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MULTISPECIFIC ANTI-TCR DELTA VARIABLE 1 ANTIBODIES

FIELD OF THE INVENTION

The present invention relates to multispecific antibodies and fragments and variants thereof that specifically
bind the T cell receptor of gamma delta T cells, and specifically bind to EGFR.

BACKGROUND

The growing interest in T cell immunotherapy for cancer has focused on the evident capacity of subsets of
CD8+ and CD4+ alpha beta (ap) T cells to recognize cancer cells and to mediate host-protective functional
potentials, particularly when de-repressed by clinically mediated antagonism of inhibitory pathways exerted
by PD-1, CTLA-4, and other receptors. However, aff T cells are MHC-restricted which can lead to graft
versus host disease.

Gamma delta T cells (yd T cells) represent a subset of T cells that express on their surface a distinct,
defining yd T-cell receptor (TCR). This TCR is made up of one gamma (y) and one delta (8) chain, each of
which undergoes chain rearrangement but have a limited number of V genes as compared to a8 T cells.
The main TRGV gene segments encoding Vy are TRGV2, TRGV3, TRGV4, TRGV5, TRGVS8, TRGVY and
TRGV11 and non-functional genes TRGV10, TRGV11, TRGVA and TRGVB. The most frequent TRDV
gene segments encode Vo1, V82, and V83, plus several V segments that have both V6 and Va designation
(Adams et al., 296:30-40 (2015) Cell Immunol.). Human yd T cells can be broadly classified based on their
TCR chains, as certain y and 0 types are found on cells more prevalently, though not exclusively, in one or
more tissue types. For example, most blood-resident yd T cells express a V82 TCR, commonly Vy9Va2,
whereas this is less common among tissue-resident yd T cells such as those in the skin, which more

frequently use the V61 TCR paired with gamma chains, for example often paired with VVy4 in the gut.

yd T cells play a critical role in immune surveillance, recognising malignant or transformed cells (such as
cancer cells) through a pattern of stress markers and then exerting potent and selective cytotoxicity. yd T
cells can therefore act as orchestrators of an immune response. Modulation of these cells in situ provides
the potential to increase immunogenicity even in tumours with low mutational load which have proven
challenging with other immunotherapies. Recognition of tumours by yd T cells is not dependent on any
single tumour antigen and modulators of yd T cells therefore have potential in a range of disease
indications, including both haematological and solid malignancies. The recognition mechanism of yo T cells
is not MHC restricted.

The authors of WO2019147735 hypothesise that some yd cells have pro-tumour activity or inhibit the anti-
cancer immune response mediated by aR T cells. The authors postulate that yd T cells are
immunosuppressants and therefore suggest they should be depleted, inhibited or blocked in a cancer
setting with the aid of antibodies.
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However, despite the prevailing view that that anti-yd antibodies will negatively modulate y& cell function
by blocking or killing such cells, it has been found that a positive correlation between yd T cell infiltration

and prognosis and/or survival in patients exists.

Compared to op TCR receptor/ligand interactions, understanding of vd1 TCR receptor/ligand interactions
are limited. In the absence of such understanding, antibodies which recognize vd1 TCRs to date are mainly
exploratory tools to probe this interaction. Such tools are typically crude, blocking antibodies which suggest
TCR receptor/ligand interactions resuits in blocking, suppression or ablation of vd1+ cells. For example,
tool antibodies TS8.2 and TS-1 are employed as anti-yd blocking antibodies in studies which suggest said
antibodies reduce the cytotoxicity of vd1 cells. These studies, combined with others, suggest use of such
anti-vd1 antibodies to favourably modulate the cytotoxicity of vd1 cells in an in situ disease setting is

inconceivable and there is therefore the need for antibodies which increase, not reduce, vd1 cytotoxicity.

To exploit yd T cells for immunotherapy requires either a means to expand the cells in situ or to harvest
them and expand them ex vivo prior to re-infusion. The latter approach has previously been described using
the addition of exogenous cytokines, for example see W02017/072367 and W0O2018/212808. Methods for
expanding a patients’ own y& T cells has been described using pharmacologically modified forms of
hydroxy-methyl but-2-enyl pyrophosphate (HMBPP) or clinically-approved aminobisphosphonates. By
these approaches, over 250 cancer patients have been treated, seemingly safely, but with only rare
incidences of complete remission. However, there is still a need for activating agents that have the proven
capacity to expand large numbers of y3 T cells.

Further, a binding or activating agent capable of preferentially targeting or binding or recognizing or
specifically modulating or increasing the numbers of Vd1+ cells in-situ may be highly desirable as a
medicament.

However, whilst medicaments exist that do potentially modulate V52+ cells inclusive of the
aminobisphosphonates such as Zometa® (zoledronic acid), said medicines are primarily designed to slow
bone reabsorption. And regardless of said V62+ modulation, there is a need to develop medicines
specifically designed to bind, target, modulate, activate, or increase the numbers of V81+ cells. This is
because, for example, repeat V52+ modulation can result in long-lasting and a progressively exhausted
phenotype.

Further, and given the predominate tissue-resident nature of Vd1+ cells, an ideal medicament capable of
modulating V81+ would also exhibit fewer ‘off-target’ undesirable effects and rapid renal clearance.
Typically, said undesirable effects can manifest when employing small-molecule chemicals. For example,
the aforementioned aminobisphosphonates shown capable of modulating the separate class of 62+ cells
(as a secondary effect versus primary modulating effect on bone) are associated with renal toxicity which
manifests as deterioration of renal function and potential renal failure (e.g. Markowitz et al. (2003) Kidney
Int. 64(1):281-289). Additional undesirable effects as listed by the European Medicine Agency for Zometa
include anemia, hypersensitivity reactions, hypertension, arterial fibrillation, myalgia, general pain, malaise,

blood urea increase, vomiting, joint swelling, chest pain, etc.
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Further consideration must also be given to the in sifu milieu in which vd1+ cells find themselves. For
example, it has previously been shown that non-haematopoietic, tissue-resident y6 T cells showed a
strong proliferative response when first separated from tissue but only if they were not in direct cellular
contact with autologous fibroblasts. It is found that the non-haematopoietic tissue-resident T cells (yd T
cells) must be separated from the non-haematopoietic cells, (e.g. stromal cells, particularly fibroblasts) in
order to function. This is because direct contact of the lymphocytes with stromal or epithelial cells appears
to inhibit expansion of tissue-resident yd T cells. The observation that the pre-activated cells in situ exist in
a further suppressed state is another reason vd1 cells have not been considered a promising therapeutic
target to date, Indeed, until the discoveries described herein it has not been conceived how
one could favourably and selectively modulate these cellsin situ, where blood and tissue vd1+
cells are typically considered ‘resting’, ‘pre-activated’ or ‘non-activated’.

Hence there is a need for improved medicaments specifically designed to target V61+ cells and for the
treatment of infections, autoimmune conditions, and cancer. Specifically, there is a need for medicaments
that can be administered to ameliorate signs and symptoms of disease by specifically binding Vd1+ cells,
targeting VO1+ cells, specifically activating Vd1+ cells, specifically enhancing proliferation and/or
cytotoxicity activity V81+ cells, or specifically blocking activation of Vd1+ cells.

Various formats of bispecific and multispecific antibodies have been developed for a variety of therapeutic
uses. Bi- and multispecific antibodies can be divided into separate, although overlapping, classes based
on the types of biological targets and modes of action. For example, such multispecific antibodies can be
divided into classes such as cytotoxic effector cell redirectors (also known as bispecific, T-cell-recruiting

antibodies, bispecific T-cell engagers, TCEs, or BiTEs) and dual immunomodulators (DIs).

TCEs (T-cell engagers) are intended to enhance the patient's immune response to tumours by targeting T
cells to tumour cells or vice versa, and work by targeting a first epitope of a T-cell receptor complex of a T-
cell (usually CD3) and a second epitope, which is a cancer antigen or a cancer-associated antigen, such
as a tumour associated antigen (TAA). Such antibodies colocalize tumour cells and T-cells to promote
tumour cell killing. Examples of BiTEs include the CD3 x CD19 bispecific antibody blinatumomab, the CD3
x EpCAM bispecific antibody catumaxomab, and the CD3 x HER2 bispecific antibody ertumaxomab. TCEs
such as BiTEs are generally provided in an scFv format, although other formats have been provided. For
example, BiKEs are similar to BiTEs, but they target CD16 on NK cells, rather than CD3.

The ‘T-cell receptor has been described as the most intricate receptor structure of the mammalian immune
system. It comprises a transmembrane multi-protein receptor complex comprises a T-cell receptor in close
proximity to a number of CD3 chains. For example, in mammals, a typical such complex comprises a T-cell
receptor, a CD3y chain, a, CD3d chain, and two CD3¢ chains. These chains associate with the T-cell
receptor (TCR) alongside a {-chain (zeta-chain) which combined then generate typical activation signals in
T lymphocytes. However alternative complexes have also been reported. For example, T-cell receptor
complexes comprising a T-cell receptor and a zeta chain homodimer have been described. Additional co-

receptors such as CD4 and CD8 can also aid TCR function.
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Regardless of receptor complex composition, it is well established that said complexes translate cell surface
binding events to intracellular phosphorylation signaling cascade. These phosphorylation events culminate
in the activation of transcription factors such as NFAT and NFkB that lead to increased expression of

cytokines and effector proteins such as granzymes and perforin.

However, whilst the use of such TCEs to treat cancer remain a compelling concept, to date and even after
30 years of concerted efforts to advance TCEs in early clinical development, many of such bispecific
antibodies have exhibited lackluster safety, efficacy and manufacturability profiles. Indeed, as of January
2020, blinatumomab remains the only approved TCE not then withdrawn. This TCE multispecific antibody
fragment binds the T-cell receptor complex on a first binding arm and a CD19 target on a second binding
arm.

Bispecific, T-cell-recruiting antibodies are discussed in Lejeune et al., 2020, Front Immunol., 11:762.
However, the existing bispecific antibodies in this category, in particular those that recruit T-cells via CD3
binding, have significant off-target effects that result in severe adverse effects, given the potency of the
CD3 antigen as signal transducer and its ubiquity in a patient’s T-cell population. Hence for CD3 targeting
bispecific examples such as Catumaxomab (now withdrawn), systemic delivery (e.g. intravenous) is not a
realistic possibility. Instead, more contained delivery such as intra-operative, intra-peritoneal, intra-
abdominal etc. is more often contemplated. This thereby limits optionality and use of said bispecifics as
medicaments. Indeed, even for effector-attenuated anti-CD3 antibodies (i.e. a CD3 targeting T-cell complex
engager but not a bispecific), the associated toxicity makes 1.V. delivery challenging. For example, to limit
exposure and reduce toxicity, the anti-CD3 antibody Foralumab is now most often being contemplated for

oral delivery (e.g. in treatment of gut disease).

It is often stated that many of the current setbacks observed with such TCEs in early clinical trials are due
to the high-affinity T-cell complex binding domains employed. Further, it has been proposed that this is
because those designing these TCEs had not given due consideration to the low affinity of natural TCR-
complex binding events they were hampered by severe dose-limiting toxicities resulting in prohibitively
narrow therapeutic windows. Related to this it has been highlighted that many early TCE drug developers
relied on three anti-CD3 T-cell complex binding domains derived from OKT3, SP34, and UCHT1. And these
original binding domains all bind with a relatively high affinity in the single to low double-digit nM range
equating to roughly to 1,000-fold higher affinity than a natural binding event. In turn it has been proposed
that this can result in profoundly different (and often unfavourable) effects on the activation of T-cells
compared to natural binding of the T-cell receptor complex. For example, TCE developers using platforms
based on the higher affinity OKT3 may be confounded by the fact the OKT3 is apoptotic to T-cells in the
presence of IL-2.

For these reasons it has become apparent that lower affinity T-cell complex binding is an important

consideration for determining the design parameters of T-cell engaging bispecific antibody therapeutics.

Another issue when designing said TCEs, is the need to attenuate Fc function. Indeed, typically TCEs

require the complete suppression of the Fc-mediated effector functions in order to maximize therapeutic
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efficacy and to minimize off-target toxicity because binding of Fc to Fc gamma receptor (FcyR) leads to
activation ofimmune effector cells. In reality, the majority of the CD3-targeting bispecific antibodies currently
in clinical practice have Fc domains with reduced binding activity to FcyR or are bispecific fragments
intentionally without the Fc region. It would generally be expected that a TCE with unattenuated F¢ function
would induce an antibody-dependent cell-mediated cytotoxicity (ADCC) effect and thereby deplete the
population of yd T-cells recognized by the antibody. However, and again, by attenuating such functionality
to avoid toxicity/safety complexities, one may also attenuate a potentially important efficacy angles too e.g.
by engaging CD16+ or CD32+ or CD64+ immune cells, or by reducing half-life of the bispecific (e.g. if
employing smaller bispecific antibody fragments such as BITEs). Methods of reducing the interaction of the
FcyR and the TCE (such as using an IgG format designed to reduce said interaction) would be expected
to reduce Fc-mediated immobilization of the TCE and reduce TCR clustering by cross-linking with the
immobilized TCE.

To address some but not all of these complications, many companies such as Xencor (Pasadena, CA),
Macrogenics (Gaithersburg, MD) and Genentech (San Francisco, CA) have more recently reported
reducing the binding affinity of the T-cell receptor complex binding arms in their respective TCE platforms.
However, reducing the affinities of said binding may result in less effective efficacy and less optionality in
terms of TCE design and functionality. For example, it is now demonstrated that affinity of the binding
domains in such TCEs drives distribution profile in vivo. Specifically, it is typically observed that TCE
distribution is biased towards its highest affinity target. Hence, by reducing the affinity of a TCE binding
domain to the T-cell complex, it is typical to then bias distribution away from T-cells; the very cells needed
to drive efficacy of such TCEs. It is partly for such reasons that TCE therapeutic windows have been termed

‘prohibitively narrow’.

Further, and in particular for solid-tumours, significant extra hurdles still exist for immunomodulatory
therapeutics. For example, current state-of-the-art approaches include CD3-targeting bispecifics wherein a
first domain binds CD3 and a second domain targets a TAA. However often these prove problematic. For
example, Middelburg J, et al. Overcoming Challenges for CD3-Bispecific Antibody Therapy in Solid
Tumors. Cancers. 2021; 13(2):287 summarize some of these hurdles in solid tumour space for such
multispecific, T-cell engaging, immunomodulatory moieties inclusive of;

i. on-target, off-tumor toxicity issues — for example the authors highlight that solid tumor TAAs are
often also expressed on tissues of healthy organs, which can in turn lead to immune pathology and

organ failure with potential fatality, as shown in a preclinical mouse study using a CD3-bispecific.

ii. the availability of effector cells in the tumor microenvironment (TME) — for example, conventional
CD3+ ‘naive’ T-cells exist primarily in the blood and lymph system without any additional dendritic
cell mediated activation.

iii. the quality of the tumour infiltrating lymphocytes (TILs) given these can include CD3+ Tregs and/or
exhausted CD3+ cells - for example, CD3-targetting bispecifics may induce TIL apoptosis via

activation-induced cell death, which hampers a strong anti-tumor response.
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Hence there is need for improved multispecific immunomodulatory medicaments wherein at least one

binding domain binds a T-cell and at least one second binding domain targets a TAA.

There is also a need for improved medicaments specifically designed to target Vo1+ cells and for the
treatment of infections, autoimmune conditions, and cancer. Specifically, there is a need for medicaments
that can be administered to ameliorate signs and symptoms of disease by specifically binding Vd1+ cells,
targeting Vd1+ cells, specifically activating Vd1+ cells, specifically enhancing proliferation and/or

cytotoxicity activity V&1+ cells, or specifically blocking activation of Vd1+ cells.

SUMMARY OF THE INVENTION

The present invention relates to high-affinity antibodies that comprise multiple antigen-binding sites
(“multispecific antibodies™), including an antigen-binding site for TCR delta variable 1 (V1) and an antigen-
binding site for EGFR. More specifically, the present invention relates to multispecific antibodies comprising
a Fab region and an Fc region, wherein the Fab region comprises a binding site specific for an epitope of
the variable delta 1 (Vd1) chain of a y0 T cell receptor (TCR); and the Fc region comprises an binding site
specific for EGFR.

The multispecific antibodies of the present invention are in the format known as "mAb? antibodies or "mAb
squared antibodies", which are antibodies comprising an Fc region that has been engineered to contain
antigen-binding loops in its CH3 domain - this modified Fc region is termed an "Fcab" (Ec with antigen
binding). The resulting Fcabs can be rapidly inserted into a natural IgG antibody format to create
tetravalent mAb? bispecific antibodies that bind to two different antigens. The mAb? antibody therefore
further comprises a Fab region, comprising a VH-VL domain pair providing an antigen-binding site. mAb?

molecules of the present invention comprise a EGFR binding Fcab and an v61- binding Fab.

The antibodies of the present invention have an advantageous functional profile. In particular, unlike anti-
V01 antibodies of the prior art which focus on depletion of V61 T-cells, the antibodies of the present
invention are useful for the activation of V81 T-cells. Although they may cause downregulation of the TCRs
on T-cells to which they bind, they do not cause V1 T-cell depletion, but rather they stimulate the T-cells
and hence may be useful in therapeutic settings that would benefit from the activation of this compartment
of T-cells. Activation of V81 T-cells is evident through TCR downregulation, changes in activation markers
such as CD25, Ki67, degranulation marker CD107a, NCRs (natural cytotoxicity receptors) and/or 4-1BB.
Activation of V81 T-cell in turn triggers release of inflammatory cytokines such as INFy and TNF« to promote
immune licencing. Surprisingly, antibodies having suitably high affinity for TRDV1 elicit increased Vd1 T-
cell killing and, unlike (for example) antibodies that target CD3, the provision of high affinity antibodies is
possible without adverse effects associated with large-scale activation via CD3. In turn, the high affinity
antibodies are able to induce strong immunostimulatory effects via tumour-infiltrating lymphocytes (TILs).
This can be achieved with minimal exhaustion or killing of the V&1 cells. Therefore, the multispecific
antibodies of the invention may be considered agonistic antibodies.
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The Fcab regions comprised within the multispecific antibodies of the present invention have a smaller
binding interface than typical monoclonal antibody binding sites. Where the Fab arms of a typical mAb are
separated by a flexible hinge region, the binding sites of Fcabs form a compact antibody fragment with two
binding sites situated close together. The two antigen binding sites of an Fcab are also spatially close to
each other, as compared with those of a typical mAb. Based on this smaller binding interface and reduced
flexibility of the two binding sites it is surprising that the multispecific antibodies of the invention (comprising
Fcab regions) are able to bind to and inhibit EGFR with similar affinity and potency as a monoclonal

antibody benchmark.

According to a first aspect of the invention, there is provided a multispecific antibody comprising a Fab
region and an Fc region, wherein the Fab region comprises a binding site specific for an epitope of the
variable delta 1 (V81) chain of a yd T cell receptor (TCR); and the Fc region comprises an EGFR binding

site.

In a second aspect of the invention, there is provided a polynucleotide sequence encoding a multispecific
antibody of the invention. For example, there is provided a polynucleotide sequence encoding the anti-VVd1
first binding domain comprising a sequence having at least 70% sequence identity with SEQ ID NO: 199 to
222, 224 to 247, 249 to 259 or 261 to 271.

In an third aspect of the invention, there is provided an expression vector comprising the polynucleotide
sequence of the invention. There is also provided a host cell comprising a polynucleotide sequence of the
invention or an expression vector of the invention. There is also provided a method for producing any
multispecific antibody or antigen-binding fragment thereof of the invention, comprising culturing a host cell

of the invention in a cell culture medium.

In a further aspect of the invention, there is provided a composition comprising a multispecific antibody of
the invention. There is also provided a pharmaceutical composition comprising a multispecific antibody of
the invention and a pharmaceutically acceptable diluent or carrier. Compositions and pharmaceutical

compositions may optionally further comprise one or more additional therapeutically active agents.

In a further aspect of the invention, there is provided a kit comprising a multispecific antibody of the invention
or a pharmaceutical composition of the invention, optionally comprising instructions for use and/or an

additional therapeutically active agent.

In a further aspect of the invention there is provided a method of treating a disease or disorder in a subject,
comprising administering to the subject a multispecific antibody of the invention, or a pharmaceutical
composition of the invention. There is also provided a method of modulating an immune response in a
subject, comprising administering to the subject a multispecific antibody of the invention, or a
pharmaceutical composition of the invention. Administration of antibodies to a subject may be

administration in a therapeutically effective amount.
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In a still further aspect of the invention, there is provided a multispecific antibody of the invention, or a
pharmaceutical composition of the invention, or a kit of the invention, for use in medicine. There is also

provided the use of an a multispecific antibody of the invention in the manufacture of a medicament.

BRIEF DESCRIPTION OF THE FIGURES

Figure 1: Phage selection rounds. (A) Phage selections round 1 to 3 for the ADT1-7 library. (B)
Phage selections Round 1 to 3 for the ADT1-4 library. (C) Phage selections Round 1 to 3 for the ADT1-4
library with a selection strategy for isolating cyno cross-reactive binders.

Figure 2: A schematic overview of selection of matured antibodies by mammalian display. (A)
Schematics of the flow sorting of ADT1-7 library. (B) Schematics of the flow sorting of ADT1-4 library 1
(human). (C) Schematics of the flow sorting of ADT1-4 library 2 (cyno).

Figure 3: Impact of S74L change on affinity. (A) ADT1-4 Lineage Mammalian Display Outputs:
Human Dissociation off-rate (SPR) vs Human Antigen binding (Delfia ELISA, 0.4nM Human Antigen) with
LC 74S (open circle) or 74L (filled circle) usage indicated. Results highlight good fit between improved
affinity by SPR and by antigen binding by Delfia ELISA. These results also highlight the improved binding
conferred by variable domain S74L modification. (B) ADT1-4 Lineage Mammalian Display Outputs: Cyno
Dissociation Off-Rate (SPR) vs Cyno Antigen Binding (Delfia ELISA, 10nM Cyno Antigen) with LC 74S
(open circle) or 74L (filled circle) usage indicated. (C) ADT1-4 Lineage Mammalian Display Outputs:
Correlation between Human Antigen Dissociation Off-Rate (SPR) improvements vs Cyno Antigen
Dissociation Off-Rates (SPR) plus LC 74S (open circle) or 74L (filled circle) usage indicated.

Figure 4: CDRS3 usage and cross-sharing. (A) Example heavy chain and light chain cross-sharing
between affinity matured antibodies in ADT1-4 (G04) lineage (0.4nM Human TRDV1 ELISA results heat-
map graded). This “heat map” demonstrates the cross-sharing of CDR3 sequences between different
affinity matured antibodies in the ADT1-4 lineage, showing the affinity maturation process provided antibody
sequences that do not have to be provided as specific heavy and light chain pairs. The results highlight
the affinity matured antibodies can cross-share light chains and heavy chains and that differing LC/HC
combinations generate equivalent or improved outcomes in a high-stringency antigen binding study. Also
included in the figure is the ADT1-4 (G04) parent clone, (bottom left). (B) ADT1-4 Lineage Final Selection:
CDR3 usage and cross-sharing + Cyno Antigen Binding ‘Heat Map’ versus starting parent ADT1-4 parent
G04 mAb (bottom left). (C) ADT1-7 Lineage Final Selection: CDR3 usage and cross-sharing + Human
Antigen Binding ‘Heat Map’ versus starting ADT1-7 parent EO7 mAb (bottom left)..

Figure 5: Fold enhancement in binding and for ADT1-4 linage compared to ADT1-4 parental
G04). (A) Fold enhancement in recombinant human V81 antigen binding. (B) Fold enhancement in
recombinant cyno V81 antigen binding. (C) Fold enhancement in primary V31 MFI. (D) Fold enhancement
in PEER V61 cell line MFI.
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Figure 6: Fold enhancement in binding and for ADT1-1 linage compared to ADT1-4 parental
E07). (A). Fold enhancement in recombinant human V81 antigen binding. (B). Fold enhancement in
primary V81 MFI. (C). Fold enhancement in PEER V&1 cell line MFI.

Figure 7. Fold improvements in human (and cyno) antigen binding over parental clones. (A)
Fold improvement in binding to human antigen. DELFIA ELISA signal of affinity matured clones vs parent
ADT1-4 (G04), 0.4nM of recombinant human L1 antigen (containing human V31 TCR antigen). (B) Fold
improvement in binding to cyno antigen (DV1/GV77 containing Cyno SEQ ID NO: 308 (mature, minus
leader)). DELFIA ELISA signal of affinity matured clones vs parent ADT1-4 (G04), 0.4nM of recombinant
human L1 antigen. (C) Fold improvement in binding to human antigen. DELFIA ELISA signal of affinity
matured clones vs parent ADT1-7 (E07), 0.4nM of recombinant human L1 antigen.

Figure 8. Fold improvements in KD for human (and cyno) antigen over parental clones. (A)
Fold improvement in human antigen KD for ADT1-4 (G04) lineage. (B) Fold improvement in cyno antigen
KD for ADT1-4 (G04) lineage. (C) Fold improvement in human antigen KD for ADT1-7 (EQ7) lineage.

Figure 9. Binding affinity analysis (KD by SPR) to human V&1 antigen. (A) Surface plasmon
resonance for ADT1-4 lineage. (B) Surface plasmon resonance for ADT1-7 lineage. (C) KD values and
fold change against parental clone for ADT1-4 lineage. (D) KD values and fold change against parental
clone for ADT1-7 lineage. (E) Fold change of KD against parental clone for ADT1-4 lineage. (F) Fold

change of KD against parental clone for ADT1-7 lineage.

Figure 10. Binding affinity analysis (KD by SPR) to cyno antigen. (A) Surface plasmon resonance
for ADT1-4 lineage for cyno antigen. (B) KD values for ADT1-4 lineage for cyno antigen.

Figure 11. Binding Affinity to cell surface V51 TCR (EC50 for binding to cell surface V61). (A,B)
The level of binding by the V31 mAbs to two y& T cell donors, ATS006 (A) and TS164 (B). (C) Bar chart
representing the average 50% binding values from the ADT1-4 and ADT1-7 clones binding to VV81-positive
y0 T cell, represented as the mean two donors, with these values provided in tables with % improvement.
(D) Table summarizing the IC50s plotted in (A) & (B), and V31-negative cell types including HEK293A, Raji
cells and various leukocyte subsets with primary blood mononuclear cells. For Vd1-positive yo T cell, data

is represented as the mean two donors.

Figure 12. TCR downregulation. (A,B) ADT1-4 lineage (A) and ADT1-7 lineage (B). (C) Average
TCR downregulation — IC50 results from two GD cell donors. (D,E) Fold TCR downregulation improved
from the parental ADT1-4 clone (D) and the ADT1-7 clone (E). (F) 50% effect values from (C), with the
percentage improvement calculated from the respective parents of ADT1-4 (upper) and ADT1-7 (lower).
(G) 50% effect values from (C) with the fold improvement calculated from the respective parents of ADT1-
4 (upper) and ADT1-7 (lower).

Figure 13. V&1 monoclonal antibodies on yd activation measured by CD107a expression. (A,B)
ADT1-4-2 clone in cells GD cells alone (A) or with THP-1 cells (B). (C,D) ADT1-7-3 clone in cells GD cells
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alone (C) or with THP-1 cells (D). (E) Table representing the percentage increase in yd CD107a expression
from cocultured cells treated with the highest concentration of V&1 mAb compared to untreated non-
cocultured y6 cells. (F) Table representing the percentage increase in yd CD107a expression from
cocultured cells treated with the highest concentration of V&1 mAb compared to untreated, co- and non-
cocultured yd cells.

Figure 14. V51 monoclonal antibodies on yd activation measured by CD25 expression. (A,B)
ADT1-4-2 clone in cells GD cells alone (A) or with THP-1 cells (B). (C,D) ADT1-7-3 clone in cells GD cells
alone (C) or with THP-1 cells (D). (E) Table representing the percentage increase in yd CD25 expression
from cocultured cells treated with the highest concentration of V81 mAb compared to untreated non-
cocultured yo cells. (F) Table representing the percentage increase in yd CD25 expression from cocultured
cells treated with the highest concentration of V&1 mAb compared to untreated, co- and non-cocultured yd

cells.

Figure 15. Cyno TCR Downregulation. (A) Comparison of ADT1-4-2 and ADT1-4 capability to
engage and reduce the expression of VD1 on cynomolgus y&-T cells. (B) Percentage of cell surface
expression of VD1 upon treatment with ADT1-4-2. (C) individual EC50 value for the different donors

combined with the mean and standard deviation.

Figure 16. Quantification of live THP-1 cell numbers after 24 hours co-culture with yd T-cells in
the presence of V61 mAbs or controls. (A) THP-1 cell killing assay for ADT1-4 clones. (B) THP-1 cell
killing assay for ADT1-7 clones. (C) Mean EC50s in THP-1 killing assay for ADT1-4 and ADT1-7 clones.
(D) Table summarizing the EC50s plotted in (C).

Figure 17. V51 monoclonal antibodies on antibody-dependent cellular cytotoxicity (ADCC).

Figure 18. V31 monoclonal antibodies on complement-dependent cytotoxicity (CDC).

Figure 19. Healthy cell sparing of clone ADT1-4-2.

Figure 20. Effect of anti-Vd1 antibodies on TIL populations from primary tumour biopsies.
(A,B) Shows % decrease in V31 TCR expression on total tumour infiltrating-yd T cells following 48 (A) or
72 (B) hours mAb stimulation in two separate donors, confirming target engagement in each case. (C)
Shows enhanced expression of both CD25 and Ki67 on V61+ T cells following 48 hour stimulation with
ADT1-4-2 compared with stimulation with 1gG1 isotype control or ADT1-4. (D) Shows substantial fold
increases in IFN-y production by TILs stimulated with ADT1-4-2 or ADT1-7-3 for 72 hours in the presence
of 50 ng/ml IL-15. (E) Shows that stimulation of TILs with ADT-1-4-2 or ADT1-7-3 did not enhance secretion
of type 17-associated cytokines IL-6 or IL-17 at this timepoint. (F,G) Shows the % decrease in V81 TCR
expression on total tumour infiltrating-yd T cells following mAb stimulation at 24 (F) or 72 (G) hours in two
individual donors, confirming target engagement in TILs isolated by enzymatic digestion. (H) Shows dose-
dependent enhanced expression of Ki67 on y& T cells following 72 hours stimulation with ADT1-4-2. (1,J)

Shows the fold increase in IFN-y produced by TILs isolated from two individual donors by enzymatic
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digestion and stimulated with ADT1-4-2 at a concentration of 6.66 nM in the presence of 2 ng/ml IL-15 at
24 (I) or 72 (J) hours. In all cases, the concentration of the control anti-RSV and parent ADT1-4 are matched
to highest concentration used in study (i.e. a conc. of 6.66nM for A, C, F, G, H, I, J and a concentration of
66.6nM for B and E).

Figure 21. Effect of anti-Vd1 antibodies on TIL populations from primary tumour biopsies. (A)
Shows enhanced expression of CD25 and Ki67 in yd T cells stimulated for 10 days with ADT1-4-2. (B)
Shows a substantial increase in Perforin* Granzyme B* y& T cells following 10 days stimulation with ADT1-
4-2. (C) Shows considerably enhanced expression of Granzyme B and Perforin by both CD8* and CD8- o
T cells following 10 days stimulation of tumour-infiltrating V51* T cells with ADT1-4-2. (D) Shows markedly
increased production of IFN-y, and moderately increased production of IL-17 and IL-6 by lung tumour-
derived TILs following stimulation with ADT1-4-2. | Demonstrates enhanced production of the chemokines
CCL2, CCL4 and CXCL10 by TILs following 10 days stimulation with ADT1-4-2. In all cases, control anti-
RSV and parent ADT1-4 matched to same concentration as affinity matured ADT1-4-2.

Figure 22: Sequences of ADT1-4 lineage clones (light chains)

Figure 23: Sequences of ADT1-4 linage clones (heavy chains).
Figure 24: Sequences of ADT1-7 lineage clones (light chains).
Figure 25: Sequences of ADT1-7 lineage clones (heavy chains)

Figure 26: V81/EGFR bispecific antibodies exhibit high affinity binding to human EGFR and a human
Vd1-binding affinity comparable to their parental mAbs. (A, B) Surface Plasmon Resonance (SPR)
analysis was performed with V81/EGFR bispecific variants to assess binding to human V61 (A) and human
EGFR antigen (B). The parental mAbs, cetuximab and negative control mAbs were included for comparison

purposes.

Figure 27: V31/EGFR bispecific antibody binds to EGFR* A431 target cells and V31 y3 T-cells (A)
Cell surface expression of EGFR and V&1 on A431 cell line and primary Vd1 ydT-cells. (B) The level of
binding by the V81/EGFR bispecific antibodies to A431 cell line or primary V81 yd T-cells. Target cells were
stained with varying concentrations of antibody, followed by a fluorescent anti-human IgG detection
antibody. All incubation steps were performed at 4°C and mAb binding was determined using flow cytometry
to measure the median level of fluorescence. Logarithmic four parameter dose-response curves were fitted
using GraphPad Prism 9.

Figure 28: V81/EGFR bispecific antibodies induces EGFR-specific T cell activation and
degranulation leading to increased yd T cell-mediated cytotoxicity of A431 target cells. (A) Cell
surface expression of ydTCR on primary V61 yd T-cells following culture with bispecific antibodies for 24
hours in the presence or absence of A431 cells. (B, C) The number of viable A431 cells (B) and activation

status of primary V61 yd T-cells following co-culturing at 1:1 ratio alongside varying concentrations of
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antibody for 24 hours. Viability was measured by viability dye and activation status using a CD25 antibody.
(D) Degranulation of primary V81 yd T-cells following co-culture with A431 cells at 1:1 ratio alongside
varying concentrations of antibody for four hours. Degranulation was determined by adding fluorophore-
conjugated anti-CD107a antibody directly into the cell-antibody mix at the start of the co-culture. (E) The
number of viable A431 cells following 24-hours co-culture with 10 pM of antibody and varying quantity of
primary V01 y0 T-cells. (A-E) In all cases, fluorescence was determined using flow cytometry to measure
the median level of fluorescence. Logarithmic four parameter dose-response curves were fitted using

GraphPad Prism 9. Data is represented as mean + SD of two biological replicates

Figure 29: Further evidence of non-depletion and CD3 downregulation in both blood-derived
and tumour -associated V81 T cells. . (A) shows the vd1 TCR MFI upon antibody stimulation as an
indication of mADb target engagement on blood derived V61 T cells. (B) shows the MFI of CD3 expression
on positively gated blood derived vd1 cells. Stimulation with the vd1 antibody engaged vd1 cells and

resulted in down-regulation of both v61 and CD3 on vd1 cells.

Figure 30: ADCC reporter bioassay shows no ADCC as a result of the anti-vd1 antibodies.
Target cells, ie. yo cells, were incubated with the ADCC bioassay effector cells in presence of anti-vd1
antibodies, anti-vd1 LAGA antibodies (Fc disabled), and RSV Isotype control. Luminescence signal was
recorded as relative light units (RLU) and fold induction was calculated as described in the methods. N=2
y® donors (performed in technical duplicates) for “anti-vd1 antibody”, “anti-v81 LAGA antibody”, “RSV”,
“OKT3". N=1 Raji cell lines for the “Rituximab + Rajis” condition (in technical duplicates) and n=1 yd donors
for the “anti-vd1 antibody + Effector” and “anti-vd1 LAGA antibody + Effector” conditions (performed in

technical duplicate and singlicate, respectively). Effector:target ratio at 3:1.

Figure 31: Multispecific antibody conferred enhancement of Vd1+ effector cell mediated
cytotoxicity. The targeting of a tissue-centric disease associated antigen: (A-D) Example co-culture of
Vo1+ effector cells with A-431 cancer cells +/- multispecific antibodies comprising anti-Vd1 x anti-TAA
(EGFR) bispecific binding moieties wherein the anti-Vd1 VL+VH binding domain (to the first target) is paired
with the CH1-CH2-CH3 domain of an anti-EGFR binding moiety (to the second target). (E-H) Example co-
culture of Vo1+ effector cells with A-431 cancer cells +/- multispecific antibodies comprising anti-V&1 x anti-
TAA (EGFR) bispecific binding moieties wherein the anti-Vd1 binding domain (to the first target) comprises
a full-length antibody (VH-CH1-CH2-CH3/VL-CL) then combined with an anti-EGFR cetuximab-derived

scFv binding moiety (to the second target).

Figure 32: Sequences of EGFR binding domains (lgG1 CH1-CH2-CH3) showing the sequence
alignments and changes to IgG1 CH3 (EU numbering).

Figure 33: A table showing cross referenced CH3 residue numbering. The table is adapted from
IMGT.org. The positions of the modified amino acids as per IMGT (standard), IMGT (exon), EU, and Kabat
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numbering referred to elsewhere herein are highlighted by shading. Please note a necessary but
unconventional position nomenclature to describe the additional amino acid insert found in one example
EGFR binding construct is also indicated — see below position 21.1 (IMGT exon column) / 361.1 (EU
column) / 384.1 (Kabat column) / 17.1 (IMGT standard column).

Figure 34: Manufacturability/Stability Assessment of VO1xEGFR multispecific
antibodies: Expression and Analytical Studies on six molecules. (A) Yields in CHO. (B) Stability under
accelerated storage conditions. (C) Aggregation Propensity. (D) Decay profile under accelerated conditions
(non-reduced analysis). (E) Decay Profile under accelerated conditions (reduced analysis). (F) Overall
Summary / Conclusion

Figure 35: An extended study on VD1xEGFR multispecific antibodies and the differing effects
conferred by dialing up/down affinity on the VD1 binding arm. (A) Affinity Summary. (B) (C) Impact on
multispecific binding to tissue-resident V81+ cells. (D)E) Impact on V&1 TCR internalization of tissue-
resident Vd1+ cells. (F)(G) Impact on degranulation of tissue-resident Vd1+ cells. (H)(I) Impact on
multispecific cytolytic function towards EGFR+ cancer cells. (J)(K) Impact on proliferation of tissue-resident
Vd1+ cells. (L) Overall Summary of this Study. (M) Impact of TAA copy number.

Figure 36: An extended study on VD1xEGFR multispecific antibodies and the differing effects
conferred by dialing up/down affinity on the EGFR binding arm. (A) Affinity Summary. (B)(C) Impact
on multispecific binding to EGFR+ colon cancer cell line HT-29. (D)(E) Impact on V&1 TCR downregulation
of tissue-resident V81+ cells. (F)(G) Impact on degranulation of tissue-resident V& 1+ cells. (H)(l) Impact on
41BB activation status of tissue-resident V81+ cells. (J)(K) Impact on multispecific cytolytic function
towards EGFR+ cancer cells. (L)(M) Impact on proliferation of tissue-resident Vd1+ cells. (N) Affinity to
EGFR and impact of cancer cell TAA copy number.

Figure 37: Impact of affinity on preferential binding to V31 versus EGFR cells. Impact of affinity on
preferential binding to V31 versus EGFR cells as a bar chart (A), table (B) and ratio (C).

Figure 38: Impact of affinity to EGFR on multispecific antibody internalization by A431 tumour cells.
(A)(B) Affinity to EGFR; impact on multispecific antibody internalization by A431 tumour cells. (C)(D) Impact

on multispecific clearance by A431 tumour cells.

Figure 39: Impact of affinity to EGFR on multispecific antibody inhibition of EGF ligand binding
and tumour cell proliferation. (A)(B) Impact of affinity to EGFR on multispecific antibody inhibition of EGF
ligand binding and tumour cell proliferation. (C)(D) Impact of affinity to EGFR on multispecific inhibition of
EGFR+ tumour cell proliferation.

Figure 40: VD1xEGFR multispecific antibodies: Sparing of healthy EGFR+ cells. (A)(C) Dose titration

effects presented. (B) Representative microscopy images from the experiment described in (A).
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Figure 41: VD1xEGFR multispecific antibodies: ADT1-4-2xFS1-67 comparison to lower affinity
‘parent’ ADT1-4xFS1-67 (alias G04 FS1-67). (A) TCR downregulation — Dose response comparison of
ADT1-4-2xFS1-67 with ADT1-4xFS1-67. (B) TCR downregulation Comparison — Result Summary.

Figure 42: VD1xEGFR multispecific antibodies: Comparison to a CD3XEGFR multispecific antibody.
(A)(B)(C) Impact of T cell target receptor on V81 TCR and CD3e downregulation. (D)(E) Impact on
multispecific cytolytic function towards EGFR+ cancer cells. (F)(G) Impact on induced cytokine secretion

by activated T cells. (H)(l) Impact on proliferation of tissue-resident Vd1+ cells.

DETAILED DESCRIPTION OF THE INVENTION

The present invention provides multispecific antibodies and fragments and variants thereof that specifically

bind the T cell receptor of gamma delta T cells, and specifically bind to EGFR.

More specifically, the present invention relates to high-affinity antibodies that comprise multiple antigen-
binding sites, including an antigen-binding site for TCR delta variable 1 (V81) and an antigen-binding site
for EGFR (“multispecific antibodies”).

The multispecific antibodies of the present invention are in mAb2 format and comprise a Fc region that has
been engineered to contain antigen-binding loops in its CH3 domain - this modified Fc region is termed an
"Fcab". The mAb? antibody further comprises a Fab region, comprising a VH-VL domain pair providing an
antigen-binding site. mAb2 molecules of the present invention comprise a EGFR binding Fcab and an vé1-
binding Fab.

More specifically, the present invention relates to the provision and characterisation of optimised
multispecific antibodies, for example antibodies prepared according to an optimised selection procedure
beginning from parental anti-Vd1 antibodies, such as the parental antibodies referred to herein as G04,
E07, C08, BO7, C05, E04, FO7, G06, G09, B09, G10 and EO1. The present invention relates in particular
to optimised multispecific antibodies derived from G04 and E07.

Definitions

Unless defined otherwise, all technical and scientific terms used herein have the meaning commonly
understood by a person skilled in the art to which this invention belongs. As used herein, the following terms
have the meanings ascribed to them below.

Gamma delta (yd) T cells represent a small subset of T cells that express on their surface a distinct, defining
T Cell Receptor (TCR). This TCR is made up of one gamma (y) and one delta (6) chain. Each chain contains
a variable (V) region, a constant (C) region, a transmembrane region and a cytoplasmic tail. The V region
contains an antigen-binding site. There are two major sub-types of human yd T cells: one that is dominant
in the peripheral blood and one that is dominant in non-haematopoietic tissues. The two sub-types may be

defined by the type of 5 and/or y present on the cells. For example, yd T cells that are dominant in peripheral
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blood primarily express the delta variable 2 chain (V82). yo T cells that are dominant in non-haematopoietic
tissues (i.e. are tissue-resident) primarily express the delta variable 1 chain. References to “V81 T cells”

or “Vé1+ T cells” refer to yo T cells with a V&1 chain, i.e. V&1* cells.

References to “delta variable 1” may also referred to as V31 or Vd1, while a nucleotide encoding a TCR
chain containing this region or the TCR protein complex comprising this region may be referred to as
“TRDV1”. Antibodies or antigen-binding fragments thereof which interact with the V31 chain of a yd TCR,
and also interact with EGFR are all effectively antibodies or antigen-binding fragments thereof which bind
to V61 and may referred to as “anti-TCR delta variable 1 antibodies or antigen-binding fragments thereof”
or “anti-Vd1 antibodies or antigen-binding fragments thereof” or “anti-TRDV1 antibodies or antigen-binding
fragments thereof” or “anti-VO1xEGFR antibodies or antigen-binding fragments thereof”.

Additional references are made herein to other delta chains such as the “delta variable 2” chain. These
can be referred to in a similar manner. For example, delta variable 2 chains can be referred to as V82, while
a nucleotide encoding a TCR chain containing this region or the TCR protein complex comprising this region
may be referred to as “TRDV2". In preferred embodiments multispecific antibodies or antigen-binding
fragments thereof which interact with the V81 chain of a yd TCR, do not interact with other delta chains
such as V02. In the invention, the antibodies are specific to TRDV1 and do not bind to TRDV2 (SEQ ID
NO: 310) or other antigens present on a gamma delta T-cell receptor, such as TRDV3 (SEQ ID NO: 311).

References to “gamma variable chains” are also made herein. These may be referred to as y-chains or
Vy, while a nucleotide encoding a TCR chain containing this region or the TCR protein complex comprising
this region may be referred to as TRGV. For example, TRGV4 refers to Vy4 chain. In a preferred
embodiment, multispecific antibodies or antigen-binding fragments thereof which interact with the V61 chain
of a yd TCR, do not interact with gamma chains such as Vy4 (e.g. SEQ ID NO: 309). The antibodies also
do not bind or interact with other domains found within a yd TCR, such as TRDJ, TRDC, TRGJ or TRGC

The term “T-cell receptor complex” is the complex of proteins comprising the “T-cell receptor” (or “TCR”)
found on the surface of T-cells responsible for recognising a variety of antigens. The T-cell receptor
complex comprises either the alpha and beta chains of the T-cell receptor, or in the case of gamma delta
T cells, the gamma and delta chains of the T-cell receptor, and up to 6 additional chains or more, such as
CD30, CD3y, CD3¢e and CD3¢, although the precise makeup of T-cell receptor complexes can vary. The

T-cell receptor complex mediates intracellular signalling in the T-cell, which may lead to T-cell activation.

The term “antibody” includes any antibody protein construct comprising at least one antibody variable
domain comprising at least one antigen-binding site (ABS). Antibodies include, but are not limited to,
immunoglobulins of types IgA, 1gG, IgE, IgD, IgM (as well as subtypes thereof). The overall structure of
Immunoglobulin G (IgG) antibodies assembled from two identical heavy (H)-chain and two identical light
(L)-chain polypeptides is well established and highly conserved in mammals (Padlan (1994) Mol. Immunol.
31:169-217).
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A conventional antibody or immunoglobulin (Ig) is a protein comprising four polypeptide chains: two heavy
(H) chains and two light (L) chains. Each chain is divided into a constant region and a variable domain. The
heavy (H) chain variable domains are abbreviated herein as VH, and the light (L) chain variable domains
are abbreviated herein as VL. These domains, domains related thereto and domains derived therefrom,
may be referred to herein as immunoglobulin chain variable domains. The VH and VL domains (also
referred to as VH and VL regions) can be further subdivided into regions, termed “complementarity
determining regions” (“CDRSs”), interspersed with regions that are more conserved, termed “framework
regions” (‘FRs”). The framework and complementarity determining regions have been precisely defined
(Kabat et al. Sequences of Proteins of Immunological Interest, Fifth Edition U.S. Department of Health and
Human Services, (1991) NIH Publication Number 91-3242). There are also alternative numbering
conventions for CDR sequences, for example those set out in Chothia et al. (1989) Nature 342: 877-883 or
as summarized by IMGT.org. In a conventional antibody, each VH and VL is composed of three CDRs and
four FRs, arranged from amino-terminus to carboxy-terminus in the following order: FR1, CDR1, FR2,
CDR2, FR3, CDR3, FR4. The conventional antibody tetramer of two heavy immunoglobulin chains and two
light immunoglobulin chains is formed with the heavy and the light immunoglobulin chains inter-connected
by e.g. disulphide bonds, and the heavy chains similarly connected. The whole antibody thus comprises
two Fabs, each Fab comprising a VH-VL domain pair. The heavy chain constant region includes three
domains, CH1, CH2 and CH3. The light chain constant region is comprised of one domain, CL. The variable
domain of the heavy chains and the variable domain of the light chains are binding domains that interact
with an antigen. The constant regions of the antibodies typically mediate the binding of the antibody to host
tissues or factors, including various cells of the immune system (e.g. effector cells) and the first component
(C1q) of the classical complement system.

‘EU numbering” refers to a numbering convention used for the numbering of amino acid
residues in antibodies. Each residue of the antibody is assigned a number to allow comparison of
antibodies. Where a variant antibody contains a residue that was not present in the wildtype antibody (e.g.
an insertion mutation) decimals are used to indicate the insertion. For example, if a residue was inserted
between the residues designated numbers 361 and 362, the new residue would be given the EU number
361.1. EU numbering is an alternative numbering scheme to others such as Kabat, (Kabat ef al. Sequences
of Proteins of Immunological Interest, Fifth Edition U.S. Department of Health and Human Services, (1991)
NIH Publication Number 91-3242). Chothia (Chothia ef al. (1989) Nature 342: 877-883) or as summarized
by IMGT.org. wherein EU numbering is presented with further cross reference to Edelman, G.M. et al.,
Proc. Natl. Acad. USA, 63, 78-85 (1969). (10.1073/pnas.63.1.78). Figure 33 shows the correspondence
between EU numbering, IMGT numbering and Kabat numbering for the CH3 domain residues. Figure 32
shows how the residues of the multispecific antibodies of the invention are numbered according to the EU
numbering scheme.

A “Fab region” as used herein refers to a portion of an antibody (or constructs that contain said portion)
comprising a VH-VL domain pair providing an antigen-binding site (also known as a CDR based antigen
binding site). The Fab region may further comprise the CL and CH1 domains. A conventional antibody with

two heavy and two light chains thus comprises two Fabs, each Fab comprising a VH-VL domain pair.
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A “Fc region” (fragment crystallizable region), as used herein refers to a portion of an antibody (or
constructs that contain said portion) comprising the CH2 and CH3 domains. The Fc region is the C-terminal
region of an immunoglobulin heavy chain, including wild-type-sequence Fc regions and modifed Fc regions.
An Fc region is dimeric and thus comprises paired heavy chain constant regions each comprising a CH2
and CH3 domain.

A “fragment” of the antibody (which may also referred to as “antibody fragment”, “immunoglobulin
fragment”, “antigen-binding fragment” or “antigen-binding polypeptide”) as used herein refers to a portion
of an antibody (or constructs that contain said portion) that specifically binds to the first target, the delta
variable 1 (V81) chain of a yd T cell receptor or the second target, EGFR (e.g. a molecule in which one or
more immunoglobulin chains is not full length, but which specifically binds to the target). Examples of
binding fragments encompassed within the term antibody fragment include:

(i) a Fab fragment (a monovalent fragment consisting of the VL, VH, CL and CH1 domains);

(i) a F(ab")2 fragment (a bivalent fragment consisting of two Fab fragments linked by a disulphide bridge

at the hinge region);

(iii) a Fd fragment (consisting of the VH and CH1 domains);

(iv) a Fv fragment (consisting of the VL and VH domains of a single arm of an antibody);

(v) a single chain variable fragment, scFv (consisting of VL and VH domains joined, using recombinant

methods, by a synthetic linker that enables them to be made as a single protein chain in which the VL

and VH regions pair to form monovalent molecules);

(vi) a VH (an immunoglobulin chain variable domain consisting of a VH domain);

(vii) a VL (an immunoglobulin chain variable domain consisting of a VL domain);

(viii) a domain antibody (dAb, consisting of either the VH or VL domain);

(ix) a minibody (consisting of a pair of scFv fragments which are linked via CH3 domains); and

(x) a diabody (consisting of a noncovalent dimer of scFv fragments that consist of a VH domain from

one antibody connected by a small peptide linker a VL domain from another antibody)

(xi) a Fc fragment (consisting of the CH2 and CH3 domains)

(xii) a Fcab fragment (consisting of an Fc fragment that has been engineered to contain antigen-binding

loops in its CH3 domain)

(xiii) an antigen-binding CH3 domain of an Fcab.

‘Human antibody" refers to antibodies having variable and constant regions derived from human germline
immunoglobulin sequences. Human subjects administered with said human antibodies do not generate
cross-species antibody responses (for example termed HAMA responses - human-anti-mouse antibody) to
the primary amino acids contained within said antibodies. Said human antibodies may include amino acid
residues not encoded by human germline immunoglobulin sequences (e.g. mutations introduced by random
or site-specific mutagenesis or by somatic mutation), for example in the CDRs and in particular CDR3.
However, the term is not intended to include antibodies in which CDR sequences derived from the germline
of another mammalian species, such as a mouse, have been grafted onto human framework sequences.
Human antibodies that are prepared, expressed, created or isolated by recombinant means, such as
antibodies expressed using a recombinant expression vector transfected into a host cell, antibodies isolated

from a recombinant, combinatorial human antibody library, antibodies isolated from an animal (e.g. a
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mouse) that is transgenic for human immunoglobulin genes or antibodies prepared, expressed, created or
isolated by any other means that involves splicing of human immunoglobulin gene sequences to other DNA

sequences, may also be referred to as “recombinant human antibodies”.

Substituting at least one amino acid residue in the framework region of a non-human immunoglobulin
variable domain with the corresponding residue from a human variable domain is referred to as

‘humanisation”. Humanisation of a variable domain may reduce immunogenicity in humans.

“Specificity” refers to the number of different types of antigens or antigenic determinants to which a
particular antibody or antigen-binding fragment thereof can bind. The specificity of an antibody is the ability
of the antibody to recognise a particular antigen as a unique molecular entity and distinguish it from another.
An antibody that “specifically binds” to an antigen or an epitope (or is “specific” for an antigen or epitope)
is aterm well understood in the art. A molecule is said to exhibit “specific binding” if it reacts more frequently,
more rapidly, with greater duration and/or with greater affinity with a particular target antigen or epitope,
than it does with alternative targets. An antibody “specifically binds” to a target antigen or epitope if it binds

with greater affinity, avidity, more readily, and/or with greater duration than it binds to other substances.

The antibodies of the present invention are multispecific antibodies. A “multispecific antibody” is an
antibody that is capable of binding a plurality of different epitopes simultaneously or sequentially.
Generally, the epitopes will not be on the same antigen. Hence a multispecific antibody has the capability
to selectively bind to epitopes present on different antigens via a plurality of different binding domains. This
contrasts with conventional mono-specific antibodies which do not have this capability. Rather, a
“‘monospecific antibody” only has binding specificity for one antigen, although they may have multiple
binding sites for that one antigen (e.g. the valency of a full human IgG antibody is 2, and the valency of
other antibodies may be higher, but if the antibody only recognises one antigen, it is still classed as a
monospecific antibody). Hence, the multispecific antibodies of the invention bind multiple different antigens

simultaneously and/or sequentially.

In some embodiments of the invention, the antibodies are bispecific antibodies. A “bispecific antibody”
is an antibody that is capable of binding two different epitopes simultaneously and/or sequentially.
Generally, the epitopes will not be on the same antigen. Hence bispecific antibodies have the capability to
selectively bind to two different epitopes present on two different antigens via two different binding domains.
This contrasts with conventional monospecific antibodies which do not have this capability. Hence, the

bispecific antibodies of the invention bind two different antigens simultaneously and/or sequentially.

"mAb? antibody or "mAb squared antibody" as used herein, refers to a bispecific antibody format
according to which the bispecific antibodies comprise an Fc region that has been engineered to contain
antigen-binding loops in its CH3 domain. This modified Fc region is termed an "Fcab". The mAb? antibody

further comprises a Fab region, comprising a VH-VL domain pair providing an antigen-binding site.

The CH3 domain of human IgG1 starts at residue number 341 and ends at residue number 447 (EU

numbering). Residue number 447 (EU numbering) is sometimes cleaved during manufacture so it does not
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always appear in the final molecule. The CH3 domain of human IgG1 (SEQ ID NO:563) is comprised of
two R-sheets formed by three and four B strands, respectively. Three structural loops connect these B-
strands at the C-terminus of the CH3 domain. In antibodies of this invention, these loops have been
modified to form the EGFR binding site. Residues 355 to 362 were defined as the loop connecting strands
A and B of the CH3 domain “AB loop”, residues 383 to 391 as the loop connecting strands C and D of the
CH3 domain “CD loop” and residues 413 to 422 as the loop connecting strands E and F of the CH3 domain
“EF loop”. EU numbering is used (see Figure 32).

“Affinity”, represented by the equilibrium constant for the dissociation of an antigen with an antigen-binding
polypeptide (KD), is a measure of the binding strength between an antigenic determinant and an antigen-
binding site on the antibody (or antigen-binding fragment thereof): the lesser the value of the KD, the
stronger the binding strength between an antigenic determinant and the antigen-binding polypeptide.
Alternatively, the affinity can also be expressed as the affinity constant (KA), which is 1/KD. Affinity can be
determined by known methods, depending on the specific antigen of interest. For example. KD may be

determined by surface plasmon resonance.

Any KD value less than 10 is considered to indicate binding. Specific binding of an antibody, or antigen-
binding fragment thereof, to an antigen or antigenic determinant can be determined in any suitable known
manner, including, for example, Scatchard analysis and/or competitive binding assays, such as
radioimmunoassays (RIA), enzyme immunoassays (EIA) and sandwich competition assays, equilibrium
dialysis, equilibrium binding, gel filtration, ELISA, surface plasmon resonance, or spectroscopy (e.g. using

a fluorescence assay) and the different variants thereof known in the art.

“‘Avidity” is the measure of the strength of binding between an antibody, or antigen-binding fragment
thereof, and the pertinent antigen. Avidity is related to both the affinity between an antigenic determinant
and its antigen-binding site on the antibody and the number of pertinent binding sites present on the
antibody.

“In situ” means in the natural or original place, instead of being moved to another place. For example, an

in situ \/31+ cell in a patient refers to a vb1 cell in vivo, as opposed to an in vitro or ex vivo cell.

‘Human tissue Vd1+ cells,” and “haemopoietic and blood V31+ cells” and “tumour infiltrating
lymphocyte (TIL) Vd1+ cells,” are defined as &1+ cells contained in or derived from either human tissue
or the haemopoietic blood system or human tumours respectively. All said cell types can be identified by

their (i) location or from where they are derived and (ii) their expression of the Vd1+ TCR.

“‘Modulating antibodies” are antibodies that confer a measurable change including, but not limited to, a
measurable change in cell cycle, and/or in cell number, and/or cell viability, and/or in one or more cell
surface markers, and/or in the secretion of one or more secretory molecules (e.g., cytokines, chemokines,
leukotrienes, etc.), and/or a function (such as cytotoxicity towards a target cell or diseased cell), upon
contacting or binding to a cell expressing the target to which the antibody binds. A method of “modulating”
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a cell, or population thereof, refers to a method wherein in at least one measurable change in said cell or

cells, or secretion therefrom, is triggered to generate one or more “modulated cells”.

An “immune response’ is a measurable change in at least one cell, or one cell-type, or one endocrine
pathway, or one exocrine pathway, of the immune system (including but not limited to a cell-mediated
response, a humoral response, a cytokine response, a chemokine response) upon addition of a modulating
antibody.

An “immune cell” is defined as a cell of the immune system including, but not limited to, CD34+ cells, B-
Cells, CD45+ (lymphocyte common antigen) cells, Alpha-Beta T-cells, Cytotoxic T-cells, Helper T-cells,
Plasma Cells, Neutrophils, Monocytes, Macrophages, Red Blood Cells, Platelets, Dendritic Cells,
Phagocytes, Granulocytes, Innate lymphoid cells, Natural Killer (NK) cells and Gamma Delta T-cells.
Typically, immune cells are classified with the aid of combinatorial cell surface molecule analysis (e.g., via
flow cytometry) to identify or group or cluster to differentiate immune cells into sub-populations. These can
be then still further sub-divided with additional analysis. For example, CD45+ lymphocytes can further sub-

divided into v positive populations and vb negative populations.

“Model systems” are biological models or biological representations designed to aid in the understanding
of how a medicine such as an antibody or antigen-binding fragment thereof may function as a medicament
in the amelioration of a sign or symptom of disease. Such models typically include the use of in vitro, ex
vivo, and in vivo diseased cells, non-diseased cells, healthy cells, effector cells, and tissues etc., and in
which the performance of said medicaments are studied and compared.

“‘Diseased cells” exhibit a phenotype associated with the progression of a disease such as a cancer, an
infection such as a viral infection, or an inflammatory condition or inflammatory disease. For example, a
diseased cell may be a tumour cell, an autoimmune tissue cell or a virally infected cell. Accordingly said

diseased cells may be defined as tumorous, or virally infected, or inflammatory.

“Healthy cells” refers to normal cells that are not diseased. They may also be referred to as “normal” or
“‘non-diseased” cells. Non-diseased cells include non-cancerous, or non-infected, or non-inflammatory
cells. Said cells are often employed alongside relevant diseased cells to determine the diseased cell

specificity conferred by a medicament and/or better understand the therapeutic index of a medicament.

“‘Diseased-cell-specificity” is a measure of how effective an effector cell or population thereof, (such as,
for example, a population of Vd1+ celis) is at distinguishing and killing diseased cells, such as cancer cells,
whilst sparing non-diseased or healthy cells. This potential can be measured in model systems and may
involve comparing the propensity of an effector cell, or a population of effector cells, to selectively kill or
lyse diseased cells versus the potential of said effector cell/s to kill or lyse non-diseased or healthy cells.

Said diseased-cell-specificity can inform the potential therapeutic index of a medicament.

“‘Enhanced diseased-cell specificity” describes a phenotype of an effector cell such as, for example, a

81+ cell, or population thereof, which has been modulated to further increase its capacity to specifically

20



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

kill diseased cells. This enhancement can be measured in a variety of ways inclusive of fold-change, or

percentage increase, in diseased-cell Killing specificity or selectivity.

“‘“ADCC” or “antibody-dependent cell-mediated cytotoxicity” describes an immune response to cells
coated with antibodies bound to the surface antigens of the cell. It is a cell-mediated process, whereby an
immune effector cell (such as a NK cell, for example) recognise cell bound antibodies, triggering
degranulation and lysis of the target cell. Typically, this is mediated via Fc-Fcy interactions. The Fc region
of the cell-bound antibody recruits effector cells expressing Fcy receptors (eg. NK cells), leading to effector

cell degranulation and death of the target cell.

“Fc enabled” refers to an antibody that comprises a functional Fc region (fragment crystallizable region),
i.e. a Fc region that has not been disabled by mutation or otherwise. Fc enabled antibodies demonstrate
unattenuated Fc function. The Fc enabled antibody may comprise human IGHC heavy chain sequence as
listed by IMGT that has not been modified or engineered or constructed to reduce binding to one or more
Fc gamma receptors. For example, via IGHC hinge mutation or by construction of an antibody comprising

heavy chain constant domains which are chimeric or hybrid for IgG1/IgG2A or IgG1/IgG4 IGHC sequences.

Suitably, the antibody or antigen-binding fragment thereof (i.e. polypeptide) of the invention is isolated. An
“isolated” polypeptide is one that is removed from its original environment. The term “isolated” may be
used to refer to an antibody that is substantially free of other antibodies having different antigenic
specificities (e.g. an isolated antibody that specifically binds V61, or a fragment thereof, is substantially free
of antibodies that specifically bind antigens other than V61). The term “isolated” may also be used to refer
to preparations where the isolated antibody is sufficiently pure to be administered therapeutically when
formulated as an active ingredient of a pharmaceutical composition, or at least 70-80% (w/w) pure, more
preferably, at least 80-90% (w/w) pure, even more preferably, 90-95% pure; and, most preferably, at least
95%, 96%, 97%, 98%, 99%, or 100% (w/w) pure.

Suitably, the polynucleotides used in the present invention are isolated. An “isolated” polynucleotide is one
that is removed from its original environment. For example, a naturally-occurring polynucleotide is isolated
if it is separated from some or all of the coexisting materials in the natural system. A polynucleotide is
considered to be isolated if, for example, it is cloned into a vector that is not a part of its natural environment

or if it is comprised within cDNA.

The antibody or antigen-binding fragment thereof may be a "functionally active variant" which also
includes naturally occurring allelic variants, as well as mutants or any other non-naturally occurring variants.
As is known in the art, an allelic variant is an alternate form of a (poly)peptide that is characterized as having
a substitution, deletion, or addition of one or more amino acids that does essentially not alter the biological
function of the polypeptide. By way of non-limiting example, said functionally active variants may still
function when the frameworks containing the CDRs are modified, when the CDRs themselves are modified,
when said CDRs are grafted to alternate frameworks, or when N- or C-terminal extensions are incorporated.
Further, CDR containing binding domains may be paired with differing partner chains such as those shared

with another antibody. Upon sharing with so called ‘common’ light or ‘common’ heavy chains, said binding
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domains may still function. Further, said binding domains may function when multimerized. Further,
‘antibodies or antigen-binding fragments thereof’ may also comprise functional variants wherein the VH or
VL or constant domains have been modified away or towards a different canonical sequence (for example

as listed at IMGT.org) and which still function.

For the purposes of comparing two closely-related polypeptide sequences, the “% sequence identity”
between a first polypeptide sequence and a second polypeptide sequence may be calculated using NCBI
BLAST v2.0, using standard settings for polypeptide sequences (BLASTP). For the purposes of comparing
two closely-related polynucleotide sequences, the “% sequence identity” between a first nucleotide
sequence and a second nucleotide sequence may be calculated using NCBI BLAST v2.0, using standard
settings for nucleotide sequences (BLASTN).

Polypeptide or polynucleotide sequences are said to be the same as or “identical” to other polypeptide or
polynucleotide sequences, if they share 100% sequence identity over their entire length. Residues in
sequences are numbered from left to right, i.e. from N- to C- terminus for polypeptides; from 5’ to 3’ terminus

for polynucleotides.

In some embodiments, any specified % sequence identity of a sequence is calculated without the
sequences of all 6 CDRs of the antibody. For example, the anti-V81 antibody or antigen-binding fragment
thereof may comprise a variable heavy chain region sequence having at least 70%, at least 75%, at least
80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at
least 96%, at least 97%, at least 98%, at least 99% or 100% to a specified variable heavy chain region
sequence and/or a variable light chain region sequence having at least 70%, at least 75%, at least 80%, at
least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%,
at least 97%, at least 98%, at least 99% or 100% identity to a specified variable light chain region sequence,
wherein any amino acid variations occur only in the framework regions of the variable heavy and light chain
region sequences. In such embodiments, the anti-Vd1 antibody or antigen-binding fragment thereof having
certain sequence identities retain the complete heavy and light chain CDR1, CDR2 and CDR3 sequences
of the corresponding anti-V81 antibody or antigen-binding fragment thereof. In a more specific example,
although in no way limiting and only to further illustrate these embodiments of the invention, there is
provided an anti-Vd1 antibody or antigen-binding fragment thereof comprising a VH comprising or
consisting of an amino acid sequence that is at least 90% identical to the amino acid sequence of SEQ ID
NO: 15 and a VL comprising or consisting of an amino acid sequence that is at least 90% identical to the
amino acid sequence of SEQ ID NO: 40, wherein any amino acid variations occur only in the framework
regions of the variable heavy and light chain region sequences. The antibody of this specific example
therefore further comprises a VHCDR1 comprising the amino acid sequence of SEQ ID NO: 51, a VHCDR2
comprising the amino acid sequence of SEQ ID NO: 53, a VHCDR3 comprising the amino acid sequence
of SEQ ID NO: 68, a VLCDR1 comprising the amino acid sequence of SEQ ID NO: 79, a VLCDR2
comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising the amino acid
sequence of SEQ ID NO: 95.
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Furthermore, multispecific antibodies provided herein may comprise a kappa light chain variable sequence
and retain an amino acid residue at position 74 according to the IMGT numbering system that is not serine,
for example a non-polar and/or non-human-germline residue, for example they may comprise a leucine
residue at this position. For example, although in no way limiting and only to further illustrate these
embodiments of the invention, there is provided an anti-Vd1 antibody or antigen-binding fragment thereof
comprising a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the
amino acid sequence of SEQ ID NO: 15 and a VL comprising or consisting of an amino acid sequence that
is at least 90% identical to the amino acid sequence of SEQ ID NO: 40, wherein any amino acid variations
occur only in the framework regions of the variable heavy and light chain region sequences, and wherein
the antibody comprises a kappa light chain variable sequence comprising an amino acid residue at position
74 according to the IMGT numbering system that is non-human-germline and/or non-polar (for example a
leucine residue at this position). The antibody of this specific example further comprises a VHCDR1
comprising the amino acid sequence of SEQ ID NO: 51, a VHCDR2 comprising the amino acid sequence
of SEQ ID NO: 53, a VHCDR3 comprising the amino acid sequence of SEQ ID NO: 68, a VLCDR1
comprising the amino acid sequence of SEQ ID NO: 79, a VLCDR2 comprising the amino acid sequence
of SEQ ID NO: 80 and a VLCDRS3 comprising the amino acid sequence of SEQ ID NO: 95.

A “difference” between sequences refers to an insertion, deletion or substitution of a single amino acid
residue in a position of the second sequence, compared to the first sequence. Two polypeptide sequences
can contain one, two or more such amino acid differences. Insertions, deletions or substitutions in a second
sequence which is otherwise identical (100% sequence identity) to a first sequence result in reduced %
sequence identity. For example, if the identical sequences are 9 amino acid residues long, one substitution
in the second sequence results in a sequence identity of 88.9%. If first and second polypeptide sequences
are 9 amino acid residues long and share 6 identical residues, the first and second polypeptide sequences
share greater than 66% identity (the first and second polypeptide sequences share 66.7% identity).

Alternatively, for the purposes of comparing a first, reference polypeptide sequence to a second,
comparison polypeptide sequence, the number of additions, substitutions and/or deletions made to the first
sequence to produce the second sequence may be ascertained. An “addition” is the addition of one amino
acid residue into the sequence of the first polypeptide (including addition at either terminus of the first
polypeptide). A “substitution” is the substitution of one amino acid residue in the sequence of the first
polypeptide with one different amino acid residue. Said substitution may be conservative or non-
conservative. A “deletion” is the deletion of one amino acid residue from the sequence of the first

polypeptide (including deletion at either terminus of the first polypeptide).

Using the three letter and one letter codes the naturally occurring amino acids may be referred to as follows:
glycine (G or Gly), alanine (A or Ala), valine (V or Val), leucine (L or Leu), isoleucine (I or lle), proline (P or
Pro), phenylalanine (F or Phe), tyrosine (Y or Tyr), tryptophan (W or Trp), lysine (K or Lys), arginine (R or
Arg), histidine (H or His), aspartic acid (D or Asp), glutamic acid (E or Glu), asparagine (N or Asn), glutamine
(Q or GiIn), cysteine (C or Cys), methionine (M or Met), serine (S or Ser) and Threonine (T or Thr). Where
a residue may be aspartic acid or asparagine, the symbols Asx or B may be used. Where a residue may

be any amino acid the symbol Xaa or X may be used. Where a residue may be glutamic acid or glutamine,
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the symbols GIx or Z may be used. References to aspartic acid include aspartate, and glutamic acid include

glutamate, unless the context specifies otherwise.

As used herein, numbering of polypeptide sequences and definitions of CDRs and FRs are as defined
according to the EU and/or IMGT numbering system, as indicated in context. A “corresponding” amino
acid residue between a first and second polypeptide sequence is an amino acid residue in a first sequence
affinity which shares the same position according to the EU and/or IMGT numbering system, as indicated
in context, with an amino acid residue in a second sequence, whilst the amino acid residue in the second
sequence may differ in identity from the first. Suitably corresponding residues will share the same number
(and letter) if the framework and CDRs are the same length according to EU or IMGT definition. Alignment
can be achieved manually or by using, for example, a known computer algorithm for sequence alignment
such as NCBI BLAST v2.0 (BLASTP or BLASTN) using standard settings.

References herein to an “epitope” refer to the portion of the target which is specifically bound by the
antibody or antigen-binding fragment thereof. Epitopes may also be referred to as “antigenic
determinants”. An antibody binds “essentially the same epitope” as another antibody when they both
recognize identical or sterically overlapping epitopes. Commonly used methods to determine whether two
antibodies bind to identical or overlapping epitopes are competition assays, which can be configured in a
number of different formats (e.g. well plates using radioactive or enzyme labels, or flow cytometry on
antigen-expressing cells) using either labelled antigen or labelled antibody. An antibody binds “the same
epitope” as another antibody when they both recognize identical epitopes (i.e. all contact points between
the antigen and the antibody are the same).

Epitopes found on protein targets may be defined as “linear epitopes” or “conformational epitopes”.
Linear epitopes are formed by a continuous sequence of amino acids in a protein antigen. Conformational
epitopes are formed of amino acids that are discontinuous in the protein sequence, but which are brought

together upon folding of the protein into its three-dimensional structure.

The term “vector”, as used herein, is intended to refer to a nucleic acid molecule capable of transporting
another nucleic acid to which it has been linked. One type of vector is a “plasmid”, which refers to a circular
double stranded DNA loop into which additional DNA segments may be ligated. Another type of vector is a
viral vector, wherein additional DNA segments may be ligated into the viral genome. Certain vectors are
capable of autonomous replication in a host cell into which they are introduced (e.g. bacterial vectors having
a bacterial origin of replication and episomal mammalian and yeast vectors). Other vectors (e.g. non-
episomal mammalian vectors) can be integrated into the genome of a host cell upon introduction into the
host cell, and thereby are replicated along with the host genome. Moreover, certain vectors are capable of
directing the expression of genes to which they are operatively linked. Such vectors are referred to herein
as “recombinant expression vectors” (or simply, “expression vectors”). In general, expression vectors
of utility in recombinant DNA techniques are often in the form of plasmids. In the present specification,
“plasmid” and “vector” may be used interchangeably as the plasmid is the most commonly used form of
vector. However, the invention is intended to include such other forms of expression vectors, such as viral

vectors (e.g. replication defective retroviruses, adenoviruses and adeno-associated viruses), which serve
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equivalent functions, and also bacteriophage and phagemid systems. The term “recombinant host cell”
(or simply “host cell”), as used herein, is intended to refer to a cell into which a recombinant expression
vector has been introduced. Such terms are intended to refer not only to the particular subject cell but to
the progeny of such a cell, for example, when said progeny are employed to make a cell line or cell bank
which is then optionally stored, provided, sold, transferred, or employed to manufacture an antibody or

antigen-binding fragment thereof as described herein.

References to “subject”, “patient” or “individual” refer to a subject, in particular a mammalian subject, to
be treated. Mammalian subjects include humans, non-human primates, farm animals (such as cows),
sports animals, or pet animals, such as dogs, cats, guinea pigs, rabbits, rats or mice. In some embodiment,
the subject is a human. In alternative embodiments, the subject is a non-human mammal, such as a mouse.

The term "sufficient amount" means an amount sufficient to produce a desired effect. The term
"therapeutically effective amount" is an amount that is effective to ameliorate a symptom of a disease or
disorder. A therapeutically effective amount can be a "prophylactically effective amount" as prophylaxis
can be considered therapy.

A disease or disorder is “ameliorated” if the severity of a sign or symptom of the disease or disorder, the
frequency with which such a sign or symptom is experienced by a subject, or both, is reduced (compared

to an earlier point in time, for example, prior to administration of any antibody).

As used herein, “treating a disease or disorder” means reducing the frequency and/or severity of at least
one sign or symptom of the disease or disorder experienced by a subject (compared to an earlier point in
time, for example, prior to administration of any antibody).

“Cancer,” as used herein, refers to the abnormal growth or division of cells. Generally, the growth and/or
life span of a cancer cell exceeds, and is not coordinated with, that of the normal cells and tissues around
it. Cancers may be benign, pre-malignant or malignant. Cancer occurs in a variety of cells and tissues,
including the oral cavity (e.g., mouth, tongue, pharynx, etc.), digestive system (e.g., esophagus, stomach,
small intestine, colon, rectum, liver, bile duct, gall bladder, pancreas, etc.), respiratory system (e.g., larynx,
lung, bronchus, etc.), bones, joints, skin (e.g., basal cell, squamous cell, meningioma, etc.), breast, genital
system, (e.g., uterus, ovary, prostate, testis, etc.), urinary system (e.g., bladder, kidney, ureter, etc.), eye,
nervous system (e.g., brain, etc.), endocrine system (e.g., thyroid, etc.), and hematopoietic system (e.g.,
lymphoma, myeloma, leukemia, acute lymphocytic leukemia, chronic lymphocytic leukemia, acute myeloid
leukemia, chronic myeloid leukemia, etc.).

As used herein, the term “about” when used herein includes up to and including 10% greater and up to
and including 10% lower than the value specified, suitably up to and including 5% greater and up to and
including 5% lower than the value specified, especially the value specified. The term “between”, includes

the values of the specified boundaries.
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Multispecific antibodies and antigen-binding fragments thereof

Provided herein are multispecific antibodies capable of specifically binding to the delta variable 1 chain
(Vo1) of ayd T Cell Receptor (TCR), and also capable of specifically binding to EGFR. The invention relates
to the use of said antibodies as medicaments for administration to a subject to be treated.

In one embodiment, the antibody or antigen-binding fragment thereof is an scFv, Fab, Fab’, F(ab")2, Fv,
variable domain (e.g. VH or VL), diabody, minibody or monoclonal antibody. In a further embodiment, the

antibody or antigen-binding fragment thereof is an scFv.

Multispecific antibodies of the invention can be of any class, e.g. 19G, IgA, IgM, IgE, IgD, or isotypes thereof,
and can comprise a kappa or lambda light chain. In one embodiment, the antibody is an IgG antibody, for
example, at least one of isotypes, 1gG1, 1IgG2, 1IgG3 or IgG4. In a further embodiment, the antibody may be
in a format, such as an IgG format, that has been modified to confer desired properties, such as having the
Fc mutated to reduce effector function, extend half-life, alter ADCC, or improve hinge stability. Such

modifications are well known in the art.

In one embodiment, the antibody or antigen-binding fragment thereof is human. Thus, the antibody or
antigen-binding fragment thereof may be derived from a human immunoglobulin (Ig) sequence. The CDR,
framework and/or constant region of the antibody (or antigen-binding fragment thereof) may be derived
from a human Ig sequence, in particular a human IgG sequence. The CDR, framework and/or constant
region may be substantially identical for a human Ig sequence, in particular a human IgG sequence. An

advantage of using human antibodies is that they are low or non-immunogenic in humans.

An antibody or antigen-binding fragment thereof can also be chimeric, for example a mouse-human

antibody chimera.

Alternatively, the antibody or antigen-binding fragment thereof is derived from a non-human species, such
as a mouse. Such non-human antibodies can be modified to increase their similarity to antibody variants
produced naturally in humans, thus the antibody or antigen-binding fragment thereof can be partially or fully

humanised. Therefore, in one embodiment, the antibody or antigen-binding fragment thereof is humanised.

Summary of specific Fab reqions provided herein

A summary of some of the specific antigen-binding molecules (i.e. antibodies) used in the present invention
is provided below, with identification of the assigned SEQ ID NO. in the accompanying sequence listing.
Antigen-binding variants, derivatives and fragments thereof are also provided as part of the present
invention. Sequences are provided in the attached sequence listing and the accompanying Figures. In the
case of any discrepancy between the sequences in the sequence listing and those in Figures 22 to 25, the

sequences in the Figures should prevail.
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Antibody |VH|HFR1 | VHCDR1 | HFR2| VHCDR2 | HFR3 | VHCDR3 | HFR4
Parental | 1| 170 51 172 53 173 54 174
ADT14-105 | 2 | 170 51 172 53 173 55 174
ADT14-107 | 3 | 170 51 172 53 173 56 174
ADT14-110 | 4 | 170 51 172 53 173 57 174
ADT14-112 | 5 | 170 51 172 53 173 58 174
ADT14-117 | 6 | 170 51 172 53 173 59 174
ADT14-19 | 7 | 170 51 172 53 173 60 174
ADT14-21 | 8 | 170 52 172 53 173 61 174
ADT14-31 | 9 | 170 51 172 53 173 62 174
ADT14-139 | 10 | 170 51 172 53 173 63 174
ADT1-4-4 | 11| 170 51 172 53 173 64 174
ADT14-143 | 12 | 171 51 172 53 173 65 174
ADT14-53 | 13 | 170 52 172 53 173 66 174
ADT14-173 | 14 | 170 51 172 53 173 67 174
ADT1-42 | 15| 170 51 172 53 173 68 174
ADT1-48 | 16 | 170 51 172 53 173 69 174
ADT14-82 | 17 | 170 51 172 53 173 70 174
ADT14-83 | 18 | 170 51 172 53 173 71 174
ADT1-4-3 | 19 | 170 51 172 53 173 72 174
ADT14-84 | 20 | 170 51 172 53 173 73 174
ADT14-86 | 21 | 170 52 172 53 173 74 174
ADT14-95 | 22 | 170 51 172 53 173 75 174
ADT1-41 | 23 | 170 51 172 53 173 76 174
ADT1-46 | 24 | 170 51 172 53 173 77 174
ADT1-4-138 | 25 | 170 51 172 53 173 78 174
Table 2. Summary of Fab regions derived from ADT1-4 (light chain) and the related SEQ ID NOs
Antibody |VL| LFR1| VLCDR1 |LFR2| VLCDR2 | LFR3| VLCDR3 | LFR4
Farental | 28| 175 79 176 80 178 81 179
ADT14-105 | 27 | 175 79 176 80 177 82 179
ADT14-107 | 28 | 175 79 176 80 177 83 179
ADT14-110 | 20 | 175 79 176 80 177 84 180
ADT14-112 | 30 | 175 79 176 80 177 85 179
ADT14-117 | 31| 175 79 176 80 177 86 179
ADT14-19 | 32 | 175 79 176 80 177 87 179
ADT14-21 | 33 | 175 79 176 80 177 88 179
ADT14-31 | 34 | 175 79 176 80 177 89 179
ADT14-139 | 35 | 175 79 176 80 177 90 179
ADT144 | 36 | 175 79 176 80 177 91 179
ADT14-143 | 37 | 175 79 176 80 177 92 181
ADT14-53 | 38 | 175 79 176 80 177 93 179
ADT14-173 | 30 | 175 79 176 80 177 94 179
ADT142 | 40 | 175 79 176 80 177 95 179
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ADT1-4-8 41 175 79 176 80 177 96 179
ADT1-4-82 | 42 | 175 79 176 80 177 97 179
ADT1-4-83 | 43 | 175 79 176 80 177 98 179

ADT1-4-3 44 | 175 79 176 80 177 99 179
ADT1-4-84 | 45 | 175 79 176 80 177 100 179
ADT1-4-86 | 46 | 175 79 176 80 177 101 179
ADT1-4-95 | 47 | 175 79 176 80 177 102 182

ADT1-4-1 48 | 175 79 176 80 177 103 179

ADT1-4-6 49 | 175 79 176 80 177 104 179

ADT14-138 | 50 | 175 79 176 80 178 105 179
Table 3. Summary of Fab reqgions derived from ADT1-7 (heavy chain) and the related SEQ ID NOs

Antibody VH | HFR1 VHCDR1 HFR2 VHCDR2 HFR3 VHCDR3 HFR4

Farenta! | 108 | 189 130 190 131 191 132 192
ADT1-7-10 107 189 130 190 131 191 133 192
ADT1-7-15 | 108 | 189 130 190 131 191 134 192
ADT1-7-17 | 109 | 189 130 190 131 191 135 192
ADT1-7-18 110 189 130 190 131 191 136 192
ADT1-7-19 | 111 189 130 190 131 191 137 192
ADT1-7-20 | 112 | 189 130 190 131 191 138 192
ADT1-7-22 | 113 | 189 130 190 131 191 139 192
ADT1-7-23 | 114 | 189 130 190 131 191 140 192
ADT1-7-42 | 115 | 189 130 190 131 191 141 192
ADT1-7-3 116 | 189 130 190 131 191 142 192
ADT1-7-61 | 117 | 189 130 190 131 191 143 192

Table 4. Summary of Fab regions derived from ADT1-7 (light chain) and the related SEQ ID NOs

Antibody VL | LFR1 VLCDR1 LFR2 VLCDR2 LFR3 VLCDRS3 LFR4

Farente! | 118 | 103 144 195 145 196 146 197
ADT1-7-10 | 119 193 144 195 145 196 147 197
ADT1-7-15 | 120 193 144 195 145 196 148 197
ADT1-7-17 | 121 193 144 195 145 196 149 197
ADT1-7-18 122 194 144 195 145 196 150 197
ADT1-7-19 | 123 193 144 195 145 196 151 197
ADT1-7-20 | 124 193 144 195 145 196 152 197
ADT1-7-22 125 193 144 195 145 196 153 197
ADT1-7-23 | 126 193 144 195 145 196 154 197
ADT1-7-42 | 127 193 144 195 145 196 155 197
ADT1-7-3 128 193 144 195 145 196 156 197
ADT1-7-61 | 129 193 144 195 145 196 157 197
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Table 5. Summary of other parental Fab regions and the related SEQ ID NOs

poeat | w | w
Cco08 273 282
B07 274 283
Cco05 275 284
E04 276 285
FO7 277 286
G06 278 287
G09 279 288
B09 280 289
G10 281 290
EO1 312 313

ADT1-4- and ADT1-7-derived Fab regions

The present invention provides multispecific antibodies wherein the Fab regions are derived from parental
antibody ADT1-4 (having a variable heavy region sequence according to SEQ ID NO: 1 and a variable light
region sequence according to SEQ ID NO: 26), and antibodies derived from parental antibody ADT1-7
(having a variable heavy region sequence according to SEQ ID NO: 106 and a variable light region
sequence according to SEQ ID No: 118). ADT1-4 is also referred to herein as G04, and ADT1-4 and G04
are used interchangeably. ADT1-7 is also referred to herein as E07, and ADT1-7 and EQO7 are used
interchangeably.

In some embodiments, the invention provides multispecific antibodies, the anti-TCR delta variable 1 (anti-
Vd1) binding Fab region comprising:

a heavy chain variable region comprising or consisting of a VHCDR3 comprising an amino acid
sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least
92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or
100% identity to a sequence selected from the group consisting of SEQ ID NOs: 55 to 78 and 133 to 143;
and/or a light chain variable region comprising a VLCDR3 comprising or consisting of an amino acid
sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least
92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or
100% identity to a sequence selected from the group consisting of SEQ ID NOs: 82 to 105 and 147 to 157.
Certain amino acid substitutions may be made to provide one or more variant antibodies as described
herein.

In some embodiments, the invention provides multispecific antibodies, the anti-TCR delta variable 1 (anti-
V81) binding Fab region comprising:
a heavy chain variable region comprising:
a VHCDR1 comprising or consisting of an amino acid sequence having at least
70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at
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least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% identity to a sequence selected from the group consisting of: SEQ ID NOs:
51, 52 and 130;

a VHCDR2 comprising or consisting of an amino acid sequence having at least
70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at
least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% identity to a sequence selected from the group consisting of: SEQ ID NO:
53 and 131; and

a VHCDR3 comprising or consisting of an amino acid sequence having at least
70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at
least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% identity to a sequence selected from the group consisting of: SEQ ID NOs:
55to0 78 and 133 to 143; and

a light chain variable region comprising:

a VLCDR1 comprising or consisting of an amino acid sequence having at least
70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at
least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% identity to a sequence selected from the group consisting of: SEQ ID NO:
79 and 144;

a VLCDR2 comprising or consisting of an amino acid sequence having at least
70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at
least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% identity to a sequence selected from the group consisting of: SEQ ID NO:
80 and 145; and

a VLCDRS3 comprising or consisting of an amino acid sequence having at least
70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at
least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% identity to a sequence selected from the group consisting of: SEQ ID NOs:
82 to 105 and 147 to 157.

Certain amino acid substitutions may be made to provide one or more variant Fab regions as described

herein.

In some embodiments, the invention provides multispecific antibodies, the anti-TCR delta variable 1 (anti-
V81) binding Fab region comprising:

a heavy chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 2 to 25 and 107 to 117; and/or

a light chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
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least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 27 to 50 and 119 to 129.

ADT1-4-derived Fab regions

The present invention provides multispecific antibodies comprising Fab regions derived from parental
antibody ADT1-4 (having a variable heavy region sequence according to SEQ ID NO: 1 and a variable light
region sequence according to SEQ ID NO: 26), for example as set out in the following. ADT1-4 is also

referred to herein as G04, and ADT1-4 and G04 are used interchangeably.

Antibodies comprising particular CDR sequences derived from ADT1-4

The multispecific antibodies provided herein include the following Fab regions having particular sequences
derived from ADT1-4.

For example, in some embodiments, there is provided multispecific antibodies, the anti-TCR delta variable
1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
or consisting of an amino acid sequence selected from the group consisting of SEQ ID NOs: 55 to 78;
and/or a light chain variable region comprising a VLCDR3 comprising or consisting of an amino acid
sequence selected from the group consisting of SEQ ID NOs: 82 to 105. Certain amino acid substitutions

may be made to provide one or more variant antibodies as described herein.

In some embodiments, there are provided multispecific antibodies, the anti-TCR delta variable 1 (anti-Vo1)
binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising or
consisting of an amino acid sequence selected from the group consisting of SEQ ID NOs: 55 to 77; and/or
a light chain variable region comprising a VLCDR3 comprising or consisting of an amino acid sequence
selected from the group consisting of SEQ ID NOs: 82 to 104. Certain amino acid substitutions may be
made to provide one or more variant antibodies as described herein.

In some embodiments, there are multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising or consisting of an
amino acid sequence selected from the group consisting of SEQ ID NOs: 58, 60, 61, 62, 65, 66, 68, 74, 76
and 77; and/or a light chain variable region comprising a VLCDR3 comprising or consisting of an amino
acid sequence selected from the group consisting of SEQ ID NOs: 85, 87, 88, 89, 92, 93, 95, 101, 103 and
104. Certain amino acid substitutions may be made to provide one or more variant antibodies as described
herein.

There are also provided multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising:
a heavy chain variable region comprising:
a VHCDR1 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 51 and 52;
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a VHCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO:
53; and
a VHCDR3 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 55 to 78; and
a light chain variable region comprising:
a VLCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO:
79;
a VLCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO:
80; and
a VLCDR3 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 82 to 105.
Certain amino acid substitutions may be made to provide one or more variant antibodies as described

herein.

There are also provided multispecific antibodies, the anti-TCR delta variable 1 (anti-vVd1) binding Fab
region comprising:
a heavy chain variable region comprising:
a VHCDR1 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 51 and 52;
a VHCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO:
53; and
a VHCDR3 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 55 to 77; and
a light chain variable region comprising:
a VLCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO:
79;
a VLCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO:
80; and
a VLCDR3 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 82 to 104.
Certain amino acid substitutions may be made to provide one or more variant antibodies as described

herein.

There are also provided multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising:
a heavy chain variable region comprising:
a VHCDR1 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 51 and 52;
a VHCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO:
53; and
a VHCDR3 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 58, 60, 61, 62, 65, 66, 68, 74, 76 and 77; and
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a light chain variable region comprising:
a VLCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO:
79;
a VLCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO:
80; and
a VLCDRS3 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 85, 87, 88, 89, 92, 93, 95, 101, 103 and 104.

Certain amino acid substitutions may be made to provide one or more variant antibodies as described

herein.

There are also provided multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding Fab

region comprising

a)

b)

©)

d)

e)

9)

h)

a VHCDR1, a VHCDRZ2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 55, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 82, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 56, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 83, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 57, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 84, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 58, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 85, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 59, respectively, and a VLCDR1, a VLCDR2 and a VLCDRS3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 86, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 60, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 87, respectively;
a VHCDR1, a VHCDR2 and a VHCDRS3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 52, 53 and 61, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 88, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 62, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 89, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 63, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 90, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 64, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 91, respectively;
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k)

m)

n)

0)

P)

)]

n

s)

Y

u)

v)

w)

X)

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 65, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 92, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 52, 53 and 66, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 93, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 67, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 94, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 68, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 95, respectively;

a VHCDR1, a VHCDRZ2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 69, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 96, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 70, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 97, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 71, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 98, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 72, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 99, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 73, respectively, and a VLCDR1, a VLCDR2 and a VLCDRS3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 100, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 52, 53 and 74, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 101, respectively;

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 75, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 102, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 76, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 103, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 63 and 77, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 104, respectively; or;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid sequences of
SEQ ID NO: 51, 53 and 78, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising or
consisting of the amino acid sequences of SEQ ID NOs: 79, 80 and 105, respectively.
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The multispecific antibodies may comprise a kappa light chain variable sequence (or comprise a variable
light chain that is derived from a kappa light chain variable sequence), wherein the residue at position 74
of the kappa light chain variable sequence according to the IMGT numbering system is not serine, for
example a non-human-germline residue and/or a non-polar residue at position 74, for example the residue

at position 74 is a leucine residue.

Further embodiments are provided below.

ADT1-4-105 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-105 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-V81) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 55 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 82. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 55 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 82. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-V81) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 55 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 82.

Amino acid substitutions may be made to provide variant antibodies with Fab regions derived from ADT1-
4-105, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 55, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 82, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
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at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 55; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 82.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 55; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 82.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 55; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 82.

Amino acid substitutions may be made to provide variant antibodies with Fab regions derived from ADT1-
4-105, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ

ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
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sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 55 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 82 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid
substitutions).

ADT1-4-107 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-107 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 56 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO:83. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 56 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 83. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 56 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 83.

Amino acid substitutions may be made to provide variant antibodies comprising Fab regions derived from
ADT1-4-107, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino
acid sequence of SEQ ID NO: 56, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 83, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.
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In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 56; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 83.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 56; and/or

alight chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 83.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDRS3 comprising
the amino acid sequence of SEQ ID NO: 56; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 83.
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Amino acid substitutions may be made to provide variant antibodies comprising Fab regions derived from
ADT1-4-107, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 56 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDRS3
comprising the amino acid sequence of SEQ ID NO: 83 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-110 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-110 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 57 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 84. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 57 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 84. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 57 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 84.

Amino acid substitutions may be made to provide variant antibodies comprising Fab regions derived from
ADT1-4-110, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino

acid sequence of SEQ ID NO: 57, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
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variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 84, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 57; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 84.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V61) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: §7; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 84.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 57; and
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a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 84.

Amino acid substitutions may be made to provide variant antibodies comprising Fab regions derived from
ADT1-4-110, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 57 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 84 optionally comprising 1 or 2 amino acid
substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-112 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-112 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 58 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 85. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 58 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 85. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 58 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 85.
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Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-112, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 58, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 85, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V&1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 58; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 85.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab regioncomprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 80% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 58; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 85.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:
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a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDRS3 comprising
the amino acid sequence of SEQ ID NO: 58; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 85.

Amino acid substitutions may be made to provide variant antibodies with Fab regions derived from ADT1-
4-112, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 58 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 85 optionally comprising 1 or 2 amino acid
substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-117 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-117 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 59 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 86. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 59 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 86. In one embodiment, multispecific antibodies are provided, the anti-TCR

delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
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VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 59 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 86.

Amino acid substitutions may be made to provide variant antibodies with Fab regions derived from ADT1-
4-117, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 59, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 86, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 59; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 86.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 59; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 86.
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In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 59; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 86.

Amino acid substitutions may be made to provide variant antibodies with Fab regions derived from ADT1-
4-117, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDRS3
comprising the amino acid sequence of SEQ ID NO: 59 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDRS3
comprising the amino acid sequence of SEQ ID NO: 86 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-19 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-19 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-V81) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 60 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 87. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 60 and/or a light chain variable
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region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 87. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 60 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 87.

Amino acid substitutions may be made to provide variant antibodies comprising Fab regions derived from
ADT1-4-19, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Va1)
binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino
acid sequence of SEQ ID NO: 60, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 87, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 60; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 87.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 80% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 60; and/or
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a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 87.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 60; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 87.

Amino acid substitutions may be made to provide variant antibodies with Fab regions derived from ADT1-
4-19, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 60 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 87 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid
substitutions).

ADT1-4-21 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-21 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 61 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
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at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 88. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 61 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 88. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 61 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 88.

Amino acid substitutions may be made to provide variant antibodies with Fab regions derived from ADT1-
4-21, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab regioncomprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 61, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 88, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 52, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDRS3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 61; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 88.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding

Fab region comprising:
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a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 52, a VHCDR2 comprising at least 80% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 61; and/or

alight chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 88.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 52, a VHCDR2 compirising the amino acid sequence of SEQ ID NO: 53 and a VHCDRS3 comprising
the amino acid sequence of SEQ ID NO: 61; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 88.

Amino acid substitutions may be made to provide variant antibodies comprising Fab regions derived from
ADT1-4-21, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 52 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 61 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 88 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-31 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-31 and fragments and variants thereof.
For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1

(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 compirising

an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
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least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 62 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 89. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 62 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 89. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 62 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 89.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-31, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab regioncomprising a heavy chain variable region comprising a VHCDRS3 comprising the amino acid
sequence of SEQ ID NO: 62, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 89, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vo1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 62; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 89.
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In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 62; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 89.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 62; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 89.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-31, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 62 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 89 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid
substitutions).

ADT1-4-139 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-139 and fragments and variants thereof.
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For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 63 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 90. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 63 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 90. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 63 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 90.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-139, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V51) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 63, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 90, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 63, and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
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least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 90.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab regioncomprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 80% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 63; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 90.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDRS3 comprising
the amino acid sequence of SEQ ID NO: 63; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 90.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-139, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V51) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 63 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 90 optionally comprising 1 or 2 amino acid
substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).
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ADT1-4-4 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-4 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 64 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 91. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 64 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 91. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 64 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 91.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-4, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 64, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 91, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab regioncomprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDRS3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 64; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
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at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 91.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 64; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 91.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 64; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 91.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-4, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 64 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 91 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.
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The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-143 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-143 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-V81) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 65 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 92. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 65 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 92. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 65 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 92.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-143, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V51) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 65, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 92, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vo1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
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at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 65; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 92.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 65; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 92.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 65; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 92.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-143, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V61) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 65 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ

ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
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sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 92 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-53 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-53 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 66 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 93. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 66 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 93. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 66 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 93.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-53, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 66, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 93, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 52, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at

58



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 66; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 93.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 52, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 66; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 93.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 52, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 66; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 93.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-53, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 52 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid

sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
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comprising the amino acid sequence of SEQ ID NO: 66 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 93 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid
substitutions).

ADT1-4-173 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-173 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 67 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 94. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 67 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 94. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 67 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 94.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-173, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V51) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 67, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 94, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Va1)

binding Fab region comprising:
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a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 67, and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 94.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 67; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 94.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 67; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDRS3 comprising
the amino acid sequence of SEQ ID NO: 94.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-

4-173, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising:
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a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 67 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 94 optionally comprising 1 or 2 amino acid
substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-2 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-2 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 68 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 95. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 68 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 95. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 68 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 95.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-2, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 68, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 95, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.
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In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 68; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 95.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 80% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 68; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 95.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 68; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 95.
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Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-2, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 68 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDRS3
comprising the amino acid sequence of SEQ ID NO: 95 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-8 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-8 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 69 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 96. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 69 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 96. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 69 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 96.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-8, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid

sequence of SEQ ID NO: 69, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain

64



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 96, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 69; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 96.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V61) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 69; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 96.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 69; and
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a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 96.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-8, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 69 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 96 optionally comprising 1 or 2 amino acid
substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-82 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-82 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 70 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 97. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 70 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 97. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 70 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 97.

66



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-82, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 70, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 97, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V&1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 70; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 97.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 80% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 70; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 97.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding

Fab region comprising:
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a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 70; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 97.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-82, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 70 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 97 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-83 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-83 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 71 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 98. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 71 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 98. In one embodiment, multispecific antibodies are provided, the anti-TCR

delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
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VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 71 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 98.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-83, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 71, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 98, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 71; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 98.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 71; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 98.
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In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 71; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 98.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-83, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDRS3
comprising the amino acid sequence of SEQ ID NO: 71 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDRS3
comprising the amino acid sequence of SEQ ID NO: 98 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-3 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-3 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-V81) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 72 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 99. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence

having at least 90% identity to the amino acid sequence of SEQ ID NO: 72 and/or a light chain variable
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region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 99. In one embodiment, multispecific antibodies are provided, the anti-TCR
delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 72 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 99.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-3, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-\VVd1) binding Fab
region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 72, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 99, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 72; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 99.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 80% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 72; and/or
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a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 99.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 72; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 99.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-3, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 72 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 99 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid
substitutions).

ADT1-4-84 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-84 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 73 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
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at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 100. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 73 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 100. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 73 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 100.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-84, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDRS3 comprising the amino acid
sequence of SEQ ID NO: 73, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 100, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDRS3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 73; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 100.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding

Fab region comprising:
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a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 80% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 73; and/or

alight chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 100.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 compirising the amino acid sequence of SEQ ID NO: 53 and a VHCDRS3 comprising
the amino acid sequence of SEQ ID NO: 73; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 100.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-84, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 73 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 100 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-86 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-86 and fragments and variants thereof.
For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1

(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 compirising

an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
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least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 74 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 101. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 74 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 101. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-V31) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 74 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 101.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-86, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 74, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 101, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vo1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 52, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 74; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 101.
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In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 52, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 74; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 101.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 52, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 74; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 101.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-86, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 52 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 74 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 101 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid
substitutions).

ADT1-4-95 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-95 and fragments and variants thereof.
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For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 75 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 102. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 75 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 102. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 75 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 102.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-95, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 75, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 102, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 75; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
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least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 102.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 80% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 75; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 102.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDRS3 comprising
the amino acid sequence of SEQ ID NO: 75; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 102.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-95, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 75 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 102 optionally comprising 1 or 2 amino acid
substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).
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ADT1-4-1 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-1 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 76 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 103. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 76 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 103. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 76 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 103.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-1, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-VVd1) binding Fab
region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 76, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 103, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDRS3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 76; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
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at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 103.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 76; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 103.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 76; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 103.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-1, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 76 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 103 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.
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The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-6 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-6 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-V81) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 77 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 104. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 77 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 104. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 77 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 104.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-6, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 77, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 104, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vo1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
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at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 77; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 104.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 77; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 104.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 77; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 104.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-6, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 77 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
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sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 104 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-4-138 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-4-138 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 78 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 105. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 78 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 105. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 78 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 105.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-138, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V31) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 78, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 105, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
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least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 78; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 79, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at
least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%,
at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the
amino acid sequence of SEQ ID NO: 105.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 51, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 53 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 78; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 79, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 80 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 105.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 53 and a VHCDR3 comprising
the amino acid sequence of SEQ ID NO: 78; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 80 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 105.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
4-138, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V31) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 51 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid

sequence of SEQ ID NO: 53 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
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comprising the amino acid sequence of SEQ ID NO: 78 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 79 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 80 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 105 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid
substitutions).

Antibodies comprising heavy and/or light chain variable regions derived from ADT1-4

Multispecific antibodies are provided herein, the anti-TCR delta variable 1 (anti-V81) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 2 to 25; and/or

a light chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 27 to 50.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 2 to 24; and/or

a light chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 27 to 49.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-V31) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 5, 7, 8, 9, 12, 13, 15, 21, 23 and 24; and/or
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a light chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 30, 32, 33, 34, 37, 38, 40, 46, 48 and 49.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-V31) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence having at least 90% identity
to a sequence selected from the group consisting of SEQ ID NOs: 2 to 25; and/or

a light chain variable region comprising or consisting of a sequence having at least 90% identity to
a sequence selected from the group consisting of SEQ ID NOs: 27 to 50.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence having at least 90% identity
to a sequence selected from the group consisting of SEQ ID NOs: 2 to 24; and/or

a light chain variable region comprising or consisting of a sequence having at least 90% identity to
a sequence selected from the group consisting of SEQ ID NOs: 27 to 49.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-V31) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence having at least 90% identity
to a sequence selected from the group consisting of SEQ ID NOs: 5, 7, 8, 9, 12, 13, 15, 21, 23 and 24;
and/or

a light chain variable region comprising or consisting of a sequence having at least 90% identity to
a sequence selected from the group consisting of SEQ ID NOs: 30, 32, 33, 34, 37, 38, 40, 46, 48 and 49.

Optionally the antibodies above retain the corresponding CDR sequences such that any variability in the

VH and VL sequences occurs in the framework regions.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-V31) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence selected from the group
consisting of SEQ ID NOs: 2 to 25; and/or

a light chain variable region comprising or consisting of a sequence selected from the group
consisting of SEQ ID NOs: 27 to 50.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence selected from the group
consisting of SEQ ID NOs: 2 to 24; and/or
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a light chain variable region comprising or consisting of a sequence selected from the group

consisting of SEQ ID NOs: 27 to 49.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-V81) binding Fab region

comprising:

a heavy chain variable region comprising or consisting of a sequence selected from the group

consisting of SEQ ID NOs: 5, 7, 8, 9, 12, 13, 15, 21, 23 and 24, and/or

a light chain variable region comprising or consisting of a sequence selected from the group

consisting of SEQ ID NOs: 30, 32, 33, 34, 37, 38, 40, 46, 48 and 49.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)

binding Fab region comprising:

a)

b)

©)

d)

e)

9)

h)

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 2 and a VL comprising or consisting of an amino acid sequence that
is at least 90% identical to the amino acid sequence of SEQ ID NO: 27;

a VVH comprising or consisting of an amino acid sequence that is at least 20% identical to the amino
acid sequence of SEQ ID NO: 3 and a VL comprising or consisting of an amino acid sequence that
is at least 90% identical to the amino acid sequence of SEQ ID NO: 28;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 4 and a VL comprising or consisting of an amino acid sequence that
is at least 90% identical to the amino acid sequence of SEQ ID NO: 29;

a VVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 5 and a VL comprising or consisting of an amino acid sequence that
is at least 90% identical to the amino acid sequence of SEQ ID NO: 30;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 6 and a VL comprising or consisting of an amino acid sequence that
is at least 90% identical to the amino acid sequence of SEQ ID NO: 31;

a VVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 7 and a VL comprising or consisting of an amino acid sequence that
is at least 90% identical to the amino acid sequence of SEQ ID NO: 32;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 8 and a VL comprising or consisting of an amino acid sequence that
is at least 90% identical to the amino acid sequence of SEQ ID NO: 33;

a VVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 9 and a VL comprising or consisting of an amino acid sequence that
is at least 90% identical to the amino acid sequence of SEQ ID NO: 34;

a VVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 10 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 35;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 11 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 36;
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k)

m)

n)

0)

P)

)]

n

s)

Y

u)

v)

w)

X)

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 12 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 37;

a VVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 13 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 38;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 14 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 39;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 15 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 40;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 16 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 41;

a VVH comprising or consisting of an amino acid sequence that is at least 20% identical to the amino
acid sequence of SEQ ID NO: 17 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 42;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 18 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 43;

a VVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 19 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 44;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 20 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 45;

a VVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 21 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 46;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 22 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 47;

a VVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 23 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 48;

a VVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 24 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 49; or

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 25 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 50.
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Optionally the antibodies above retain the corresponding CDR sequences such that any variability in the

VVH and VL sequences occurs in the framework regions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)

binding Fab region comprising:

a)

b)

c)

d)

e)

9)

h)

k)

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 2 and a VL comprising or consisting of an amino acid sequence that
is at least 96% identical to the amino acid sequence of SEQ ID NO: 27;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 3 and a VL comprising or consisting of an amino acid sequence that
is at least 96% identical to the amino acid sequence of SEQ ID NO: 28;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 4 and a VL comprising or consisting of an amino acid sequence that
is at least 96% identical to the amino acid sequence of SEQ ID NO: 29;

a VVH comprising or consisting of an amino acid sequence that is at least 26% identical to the amino
acid sequence of SEQ ID NO: 5 and a VL comprising or consisting of an amino acid sequence that
is at least 96% identical to the amino acid sequence of SEQ ID NO: 30;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 6 and a VL comprising or consisting of an amino acid sequence that
is at least 96% identical to the amino acid sequence of SEQ ID NO: 31;

a VVH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 7 and a VL comprising or consisting of an amino acid sequence that
is at least 96% identical to the amino acid sequence of SEQ ID NO: 32;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 8 and a VL comprising or consisting of an amino acid sequence that
is at least 96% identical to the amino acid sequence of SEQ ID NO: 33;

a VVH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 9 and a VL comprising or consisting of an amino acid sequence that
is at least 96% identical to the amino acid sequence of SEQ ID NO: 34;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 10 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 35;

a VVH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 11 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 36;

a VVH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 12 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 37;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 13 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 38;
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m) a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino

n)

0)

P)

Q)

N

s)

Y

u)

v)

w)

X)

acid sequence of SEQ ID NO: 14 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 39;

a VVH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 15 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 40;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 16 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 41;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 17 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 42;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 18 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 43;

a VVH comprising or consisting of an amino acid sequence that is at least 26% identical to the amino
acid sequence of SEQ ID NO: 19 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 44;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 20 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 45;

a VVH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 21 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 46;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 22 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 47;

a VVH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 23 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 48;

a VH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 24 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 49; or

a VVH comprising or consisting of an amino acid sequence that is at least 96% identical to the amino
acid sequence of SEQ ID NO: 25 and a VL comprising or consisting of an amino acid sequence
that is at least 96% identical to the amino acid sequence of SEQ ID NO: 50.

Optionally the antibodies above retain the corresponding CDR sequences such that any variability in the

VH and VL sequences occurs in the framework regions.

Optionally the antibodies above retain the corresponding CDR sequences such that any variability in the

VH and VL sequences occurs in the framework regions.
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In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)

binding Fab region comprising:

a)

b)

)

d)

e)

9)

h)

k)

m)

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 2 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 27 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 3 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 28 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VVH comprising or consisting of the amino acid sequence of SEQ ID NO: 4 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 29 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 5 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 30 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 6 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 31 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 7 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 32 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 8 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 33 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 9 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 34 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 10 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 35 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 11 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 36 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comoprising or consisting of the amino acid sequence of SEQ ID NO: 12 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 37 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 13 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 38 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 14 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 39 optionally comprising up to 5, up to 4,

up to 3, up to 2 or 1 amino acid substitutions across both variable regions;
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n)

0)

P)

q)

n

s)

t

u)

v)

w)

X)

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 15 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 40 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 16 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 41 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 17 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 42 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 18 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 43 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 19 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 44 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 20 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 45 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 21 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 46 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 22 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 47 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 23 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 48 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 24 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 49 optionally comprising up to 5, up to 4,
up to 3, up to 2 or 1 amino acid substitutions across both variable regions; or

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 25 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 50 optionally comprising up to 5, up to 4,

up to 3, up to 2 or 1 amino acid substitutions across both variable regions.

“Across both variable regions” means collectively, the antibody may comprise up to the specified number

of substitutions in total when considering both the heavy and light chain variable regions. The amino acid

substitutions may be conservative amino acid substitutions. In some embodiments, the substitutions (if

present) may occur anywhere in the variable region sequences. In preferred embodiments, the

substitutions (if present) may be limited to the framework regions. Accordingly, in some embodiments, the

amino acid substitutions do not occur in a CDR sequence.
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Optionally the antibodies above retain the corresponding CDR sequences such that any variability in the

VH and VL sequences occurs in the framework regions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)

binding Fab region comprising:

a) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 2 and a VL comprising

b)

)

d)

e)

9)

h)

m)

n)

0)

P

q)

n

or consisting of the amino acid sequence of SEQ ID NO: 27;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO
or consisting of the amino acid sequence of SEQ ID NO: 28;
a VVH comprising or consisting of the amino acid sequence of SEQ ID NO
or consisting of the amino acid sequence of SEQ ID NO: 29;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO
or consisting of the amino acid sequence of SEQ ID NO: 30;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO
or consisting of the amino acid sequence of SEQ ID NO: 31;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO
or consisting of the amino acid sequence of SEQ ID NO: 32;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO
or consisting of the amino acid sequence of SEQ ID NO: 33;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO
or consisting of the amino acid sequence of SEQ ID NO: 34;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO:
or consisting of the amino acid sequence of SEQ ID NO: 35;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO:
or consisting of the amino acid sequence of SEQ ID NO: 36;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO:
or consisting of the amino acid sequence of SEQ ID NO: 37;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO:
or consisting of the amino acid sequence of SEQ ID NO: 38;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO:
or consisting of the amino acid sequence of SEQ ID NO: 39;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO:
or consisting of the amino acid sequence of SEQ ID NO: 40;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO:
or consisting of the amino acid sequence of SEQ ID NO: 41;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO:
or consisting of the amino acid sequence of SEQ ID NO: 42;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO:
or consisting of the amino acid sequence of SEQ ID NO: 43;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO:

or consisting of the amino acid sequence of SEQ ID NO: 44;
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s) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 20 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 45;

t) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 21 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO. 46;

u) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 22 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 47;

v) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 23 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 48;

w) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 24 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 49; or

x) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 25 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 50.

Certain amino acid substitutions may be made to provide one or more variant antibodies as described
herein.

In any embodiments relating to Fab regions having defined VH and/or VL sequences (for example any VH
and/or VL sequences defined as having certain percent identities and/or substitutions), preferably the VH
sequence is not SEQ ID NO: 1 and the VL sequence is not SEQ ID NO: 26.

Other antibodies comprising Fab regions derived from ADT1-4

In one embodiment multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:
a) an HCDR1 sequence comprising or consisting of the sequence of GDSVSSKSX1A (SEQ ID NO:
158);
b) an HCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 53
¢) an HCDRS3 sequence comprising or consisting of the sequence of X2WX3X4XsXsDX7 (SEQ ID NO:
162), wherein the HCDR3 sequence is not SEQ ID NO: 54;
d) an LCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 79;
e) an LCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 80; and
fy) an LCDR3 sequence comprising or consisting of the sequence of QQXsYXaX10X11X12X13T (SEQ ID
NO: 166), wherein the LCDR3 sequence is not SEQ ID NO: 81;
and wherein each of X1 to Xis is a naturally occurring amino acid.

In one embodiment multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:
a) an HCDR1 sequence comprising or consisting of the sequence of GDSVSSKSX1A (SEQ ID NO:
159);
b) an HCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 53
¢) an HCDRS3 sequence comprising or consisting of the sequence of X2WX3X4XsXsDX7 (SEQ ID NO:
163), wherein the HCDR3 sequence is not SEQ ID NO: 54;
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d) an LCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 79;

e) an LCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 80; and

f) an LCDR3 sequence comprising or consisting of the sequence of QQXsYXeX10X11X12X13T (SEQ ID

NO: 167), wherein the LCDR3 sequence is not SEQ ID NO: 81;

and wherein: X is selected from the group consisting of A and V; Xz is selected from the group consisting
of S and T; Xs is selected from the group consisting of V, A and L; X4 is selected from the group consisting
of G, E, and D; Xs is selected from the group consisting of Y and N; Xe is selected from the group consisting
of V, A and P; X7 is selected from the group consisting of V, Y and R; Xs is selected from the group consisting
of K, R and G; Xg is selected from the group consisting of S and K; X is selected from the group consisting
of T, Q, A, E and D; Xi1 is selected from the group consisting of P, H and D; X12 is selected from the group
consisting of Q, R, K, W, P, E and |; and X1z is selected from the group consisting of I, V and L. The
antibody may further comprise an HFR1 sequence comprising the sequence of SEQ ID NO: 170 or 171;
an HFR2 sequence comprising the sequence of SEQ ID NO: 172; an HFR3 sequence comprising the
sequence of SEQ ID NO: 173; an HFR4 sequence comprising the sequence of SEQ ID NO: 174; an LFR1
sequence comprising the sequence of SEQ ID NO: 175; an LFR2 sequence comprising the sequence of
SEQ ID NO: 176; an LFR3 sequence comprising the sequence of SEQ ID NO: 177 or 178; and an LFR4
sequence comprising the sequence of SEQ ID NO: 179, 180, 181 or 182.

In one embodiment multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:
a) an HCDR1 sequence comprising or consisting of the sequence of GDSVSSKSX1A (SEQ ID NO:
160);
b) an HCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 53
¢) an HCDRS3 sequence comprising or consisting of the sequence of X2WX3X4XsXsDX7 (SEQ ID NO:
164), wherein the HCDR3 sequence is not SEQ ID NO: 54;
d) an LCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 79;
e) an LCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 80; and
f) an LCDR3 sequence comprising or consisting of the sequence of QQXsYXeX10X11X12X13T (SEQ ID
NO: 168), wherein the LCDR3 sequence is not SEQ ID NO: 81;
and wherein X1 is selected from the group consisting of A and V; Xz is selected from the group consisting
of S and T, Xs is selected from the group consisting of V, A and L; X4 is selected from the group consisting
of G, E, and D; Xs is selected from the group consisting of Y and N; Xs is selected from the group consisting
of V, A and P; X7 is selected from the group consisting of V, Y and R; Xs is selected from the group consisting
of K, R and G; Xg is selected from the group consisting of S and K; Xi¢ is selected from the group consisting
of T, Q, A, E and D; Xi1 is selected from the group consisting of P and H; Xz is selected from the group
consisting of Q, R, K, W, P, E and |; and X1z is selected from the group consisting of I, V and L. The
antibody may further comprise an HFR1 sequence comprising the sequence of SEQ ID NO: 170 or 171,
an HFR2 sequence comprising the sequence of SEQ ID NO: 172, an HFR3 sequence comprising the
sequence of SEQ ID NO: 173, an HFR4 sequence comprising the sequence of SEQ ID NO: 174, an LFR1
sequence comprising the sequence of SEQ ID NO: 175, an LFR2 sequence comprising the sequence of
SEQ ID NO: 176, an LFR3 sequence comprising the sequence of SEQ ID NO: 177 and an LFR4 sequence
comprising the sequence of SEQ ID NO: 179, 180, 181 or 182.
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In one embodiment multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:
a) an HCDR1 sequence comprising or consisting of the sequence of GDSVSSKSX:A (SEQ ID NO:
161);
b) an HCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 53
¢) an HCDR3 sequence comprising or consisting of the sequence of X2WX3X4XsXeDX7 (SEQ ID NO:
165), wherein the HCDR3 sequence is not SEQ ID NO: 54;
d) an LCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 79;
e) an LCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 80; and
f) an LCDRS3 sequence comprising or consisting of the sequence of QQXsYXeX10X11X12X13T (SEQ ID
NO: 169), wherein the LCDR3 sequence is not SEQ ID NO: 81;
and wherein X1 is selected from the group consisting of A and V; Xz is selected from the group consisting
of S and T; Xs is selected from the group consisting of V, A and L; X4 is selected from the group consisting
of G and D; Xs is selected from the group consisting of Y and N; Xe is selected from the group consisting of
V, A and P; X7 is selected from the group consisting of V, Y and R; Xz is selected from the group consisting
of K and R; Xs is selected from the group consisting of S and K; Xio is selected from the group consisting
of T, Q, A and E; Xi1 is selected from the group consisting of P and H; X1z is selected from the group
consisting of Q, K, W, P and [; and Xu3 is selected from the group consisting of V and L. The antibody may
further comprise an HFR1 sequence comprising the sequence of SEQ ID NO: 170 or 171; an HFR2
sequence comprising the sequence of SEQ ID NO: 172; an HFR3 sequence comprising the sequence of
SEQ ID NO: 173; an HFR4 sequence comprising the sequence of SEQ ID NO: 174; an LFR1 sequence
comprising the sequence of SEQ ID NO: 175; an LFR2 sequence comprising the sequence of SEQ ID NO:
176; an LFR3 sequence comprising the sequence of SEQ ID NO: 177; and an LFR4 sequence comprising
the sequence of SEQ ID NO: 179 or 181.

ADT1-7-derived Fab regions

The present invention provides multispecific antibodies comprising Fab regions derived from parental
antibody ADT1-7 (having a variable heavy region sequence according to SEQ ID NO: 106 and a variable
light region sequence according to SEQ ID No: 118), for example as set out in the following. ADT1-7 is

also referred to herein as EQ7, and ADT1-7 and E07 are used interchangeably.

Antibodies comprising particular CDR sequences derived from ADT1-7

The multispecific antibodies provided herein include the following Fab regions having particular sequences
derived from ADT1-7.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
or consisting of an amino acid sequence selected from the group consisting of SEQ ID NOs: 133 to 143;

and/or a light chain variable region comprising a VLCDR3 comprising or consisting of an amino acid
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sequence selected from the group consisting of SEQ ID NOs: 147 to 157. Certain amino acid substitutions

may be made to provide one or more variant antibodies as described herein.

In some embodiments multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising or
consisting of an amino acid sequence selected from the group consisting of SEQ ID NOs: 138, 142 and
143 and/or a light chain variable region comprising a VLCDR3 comprising or consisting of an amino acid
sequence selected from the group consisting of SEQ ID NOs: 152, 156 and 157, Certain amino acid
substitutions may be made to provide one or more variant antibodies as described herein.

There is also provided multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding Fab region
comprising:
a heavy chain variable region comprising:
a VHCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO:
130;
a VHCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO:
131; and
a VHCDR3 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 133 to 143; and
a light chain variable region comprising:
a VLCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO:
144;
a VLCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO:
145; and
a VLCDRS3 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 147 to 157.
Certain amino acid substitutions may be made to provide one or more variant antibodies as described

herein.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-V31) binding Fab region
comprising:
a heavy chain variable region comprising:
a VHCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO:
130;
a VHCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO:
131; and
a VHCDR3 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 138, 142 and 143; and
a light chain variable region comprising:
a VLCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO:
144;
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a VLCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO:
145; and
a VLCDR3 comprising or consisting of an amino acid sequence selected from the
group consisting of: SEQ ID NOs: 152, 156 and 157.
Certain amino acid substitutions may be made to provide one or more variant antibodies as described
herein.

Further embodiments are provided below.

ADT1-7-10 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-10 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-V81) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 133 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 147. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 133 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 147. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 133 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 147.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-10, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 133, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 147, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
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at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 133; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 147.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 133; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 147.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 133; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDRS3 comprising
the amino acid sequence of SEQ ID NO: 147.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-10, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ

ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
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sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 133 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 147 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid
substitutions).

ADT1-7-15 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-15 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 134 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 148. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 134 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 148. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 134 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 148.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-15, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 134, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 148, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

100



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 134; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 148.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDRZ2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 134; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 148.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 134; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 148.
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Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-15, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 134 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDRS3
comprising the amino acid sequence of SEQ ID NO: 148 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-7-17 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-17 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 135 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 149. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 135 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 149. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 135 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 149.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-17, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 135, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
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variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 149, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 135; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 149.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V61) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 135; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 149.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDRS3
comprising the amino acid sequence of SEQ ID NO: 135; and
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a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDRS3 comprising
the amino acid sequence of SEQ ID NO: 149.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-17, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 135 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 149 optionally comprising 1 or 2 amino acid
substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-7-18 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-18 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 136 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 150. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 136 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 150. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 136 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 150.
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Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-18, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 136, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 150, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V&1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 136; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 150.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 136; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 150.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding

Fab region comprising:
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a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 136; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDRS3 comprising
the amino acid sequence of SEQ ID NO: 150.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-18, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 136 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 150 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-7-19 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-19 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 137 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 151. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 137 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 151. In one embodiment, multispecific antibodies are provided, the anti-

TCR delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
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VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 137 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 151.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-19, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 137, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 151, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDRS3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 137; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 151.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 137; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 151.
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In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 137; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 151.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-19, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDRS3
comprising the amino acid sequence of SEQ ID NO: 137 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 151 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-7-20 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-20 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-V81) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 138 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 152. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 138 and/or a light chain variable
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region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 152. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 138 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 152.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-20, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 138, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 152, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 138; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 152.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 80% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 138; and/or
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a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 152.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDRS3
comprising the amino acid sequence of SEQ ID NO: 138; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 152.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-20, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 138 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 152 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid
substitutions).

ADT1-7-22 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-22 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 139 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
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at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 153. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 139 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 153. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 139 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 153.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-22, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising a heavy chain variable region comprising a VHCDRS3 comprising the amino acid
sequence of SEQ ID NO: 139, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 153, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDRS3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 139; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 153.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding

Fab region comprising:
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a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 139; and/or

alight chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 153.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 139; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 153.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-22, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 139 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 153 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-7-23 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-23 and fragments and variants thereof.
For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1

(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 compirising

an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
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least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 140 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 154. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 140 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 154. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-V31) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 140 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 154.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-23, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 140, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 154, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vo1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 140; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 154.
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In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 140; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 154.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDRS
comprising the amino acid sequence of SEQ ID NO: 140; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 154.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-23, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 140 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 154 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid
substitutions).

ADT1-7-42 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-42 and fragments and variants thereof.
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For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 141 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 155. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 141 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 155. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 141 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 155.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-42, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V1) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 141, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 155, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid

substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 141; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
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at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 155.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 80% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 141; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 155.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 141; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 155.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-42, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V51) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 141 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 155 optionally comprising 1 or 2 amino acid
substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).
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ADT1-7-3 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-3 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-Vd1) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 142 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 156. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 142 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 156. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDRS3 comprising the amino acid sequence of SEQ ID NO: 142 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 156.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-3, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 142, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 156, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 142; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
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at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 156.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDRS3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 142; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 156.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDRS3
comprising the amino acid sequence of SEQ ID NO: 142; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDRS3 comprising
the amino acid sequence of SEQ ID NO: 156.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-3, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V31) binding Fab
region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 142 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid
sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 156 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.
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The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

ADT1-7-61 and fragments and variants thereof

Certain embodiments relate to the antibody ADT1-7-61 and fragments and variants thereof.

For example, in some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1
(anti-V81) binding Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising
an amino acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 143 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 157. In one embodiment, an antibody or antigen-binding-fragment or variant thereof is provided
comprising a heavy chain variable region comprising a VHCDR3 comprising an amino acid sequence
having at least 90% identity to the amino acid sequence of SEQ ID NO: 143 and/or a light chain variable
region comprising a VLCDR3 comprising an amino acid sequence having at least 90% identity to the amino
acid sequence of SEQ ID NO: 157. In one embodiment, multispecific antibodies are provided, the anti-
TCR delta variable 1 (anti-V61) binding Fab region comprising a heavy chain variable region comprising a
VHCDR3 comprising the amino acid sequence of SEQ ID NO: 143 and/or a light chain variable region
comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 157.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-61, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V51) binding
Fab region comprising a heavy chain variable region comprising a VHCDR3 comprising the amino acid
sequence of SEQ ID NO: 143, optionally comprising 1 or 2 amino acid substitutions, and/or a light chain
variable region comprising a VLCDR3 comprising the amino acid sequence of SEQ ID NO: 157, optionally
comprising 1 or 2 amino acid substitutions. The amino acid substitutions may be conservative amino acid
substitutions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vo1)
binding Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 131 and a VHCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
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93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 143; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to amino acid sequence of SEQ ID
NO: 144, a VLCDR2 comprising at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%,
at least 99% or 100% identity to the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
the amino acid sequence of SEQ ID NO: 157.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising at least 90% identity to the amino
acid sequence of SEQ ID NO: 130, a VHCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 131 and a VHCDR3 comprising at least 90% identity to the amino acid sequence of SEQ
ID NO: 143; and/or

a light chain variable region comprising a VLCDR1 comprising the at least 90% identity to the amino
acid sequence of SEQ ID NO: 144, a VLCDR2 comprising at least 90% identity to the amino acid sequence
of SEQ ID NO: 145 and a VLCDR3 comprising at least 90% identity to the amino acid sequence of SEQ ID
NO: 157.

In one embodiment, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130, a VHCDR2 comprising the amino acid sequence of SEQ ID NO: 131 and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 143; and

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ
ID NO: 144, a VLCDR2 comprising the amino acid sequence of SEQ ID NO: 145 and a VLCDR3 comprising
the amino acid sequence of SEQ ID NO: 157.

Amino acid substitutions may be made to provide variant antibodies having Fab regions derived from ADT1-
7-61, for example multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V81) binding
Fab region comprising:

a heavy chain variable region comprising a VHCDR1 comprising the amino acid sequence of SEQ
ID NO: 130 optionally comprising 1 or 2 amino acid substitutions, a VHCDR2 comprising the amino acid
sequence of SEQ ID NO: 131 optionally comprising 1 or 2 amino acid substitutions, and a VHCDR3
comprising the amino acid sequence of SEQ ID NO: 143 optionally comprising 1 or 2 amino acid
substitutions; and/or

a light chain variable region comprising a VLCDR1 comprising the amino acid sequence of SEQ

ID NO: 144 optionally comprising 1 or 2 amino acid substitutions, a VLCDR2 comprising the amino acid

120



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

sequence of SEQ ID NO: 145 optionally comprising 1 or 2 amino acid substitutions and a VLCDR3
comprising the amino acid sequence of SEQ ID NO: 157 optionally comprising 1 or 2 amino acid

substitutions. The amino acid substitutions may be conservative amino acid substitutions.

The antibodies may alternatively consist of the specified sequences (with or without amino acid

substitutions).

Antibodies comprising heavy and/or light chain variable regions derived from ADT1-7

Provided herein are multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding Fab
regioncomprising:

a heavy chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 107 to 117; and/or

a light chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 119 to 129.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-V81) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 112, 116 and 117; and/or

a light chain variable region comprising or consisting of a sequence having at least 70%, at least
75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to a sequence selected
from the group consisting of SEQ ID NOs: 124, 128 and 129.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-V31) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence having at least 90% identity
to a sequence selected from the group consisting of SEQ ID NOs: 107 to 117; and/or

a light chain variable region comprising or consisting of a sequence having at least 90% identity to
a sequence selected from the group consisting of SEQ ID NOs: 119 to 129.

Also provided are multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding Fab region
comprising:
a heavy chain variable region comprising or consisting of a sequence having at least 90% identity

to a sequence selected from the group consisting of SEQ ID NOs: 112, 116 and 117; and/or
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a light chain variable region comprising or consisting of a sequence having at least 90% identity to

a sequence selected from the group consisting of SEQ ID NOs: 124, 128 and 129.

Optionally the antibodies above retain the corresponding CDR sequences such that any variability in the
VH and VL sequences occurs in the framework regions.

Provided herein are multispecific antibodies, the anti-TCR delta variable 1 (anti-Vd1) binding Fab region
comprising:

a heavy chain variable region comprising or consisting of a sequence selected from the group
consisting of SEQ ID NOs: 107 to 117; and/or

a light chain variable region comprising or consisting of a sequence selected from the group
consisting of SEQ ID NOs: 119 to 129.

Also provided herein are multispecific antibodies, the anti-TCR delta variable 1 (anti-V81) binding Fab
region comprising:

a heavy chain variable region comprising or consisting of a sequence selected from the group
consisting of SEQ ID NOs: 112, 116 and 117; and/or

a light chain variable region comprising or consisting of a sequence selected from the group
consisting of SEQ ID NOs: 124, 128 and 129.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-V&1)
binding Fab region comprising:

a) a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 107 and a VL comprising or consisting of an amino acid sequence

that is at least 90% identical to the amino acid sequence of SEQ ID NO: 119;
b) a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 108 and a VL comprising or consisting of an amino acid sequence

that is at least 90% identical to the amino acid sequence of SEQ ID NO: 120;
¢) aVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 109 and a VL comprising or consisting of an amino acid sequence

that is at least 90% identical to the amino acid sequence of SEQ ID NO: 121;
d) a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 110 and a VL comprising or consisting of an amino acid sequence

that is at least 90% identical to the amino acid sequence of SEQ ID NO: 122;
e) a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 111 and a VL comprising or consisting of an amino acid sequence

that is at least 90% identical to the amino acid sequence of SEQ ID NO: 123;
f) aVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 112 and a VL comprising or consisting of an amino acid sequence

that is at least 90% identical to the amino acid sequence of SEQ ID NO: 124;
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9)

h)

k)

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 113 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 125;

a VVH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 114 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 126;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 115 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 127;

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 116 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 128; or

a VH comprising or consisting of an amino acid sequence that is at least 90% identical to the amino
acid sequence of SEQ ID NO: 117 and a VL comprising or consisting of an amino acid sequence
that is at least 90% identical to the amino acid sequence of SEQ ID NO: 129.

Optionally the antibodies above retain the corresponding CDR sequences such that any variability in the

VH and VL sequences occurs in the framework regions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)

binding Fab region comprising:

a)

b)

©)

d)

e)

9)

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 107 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 119 optionally comprising up to 5, up to
4,upto 3, upto 2 or 1 amino acid substitutions across both variable regions;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 108 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 120 optionally comprising up to 5, up to
4,upto 3, upto 2 or1amino acid substitutions across both variable regions;

a VVH comprising or consisting of the amino acid sequence of SEQ ID NO: 109 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 121 optionally comprising up to 5, up to
4, up to 3, up to 2 or 1 amino acid substitutions across both variable regions;

a VVH comprising or consisting of the amino acid sequence of SEQ ID NO: 110 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 122 optionally comprising up to 5, up to
4, upto 3, upto 2 or 1 amino acid substitutions across both variable regions;

a VVH comprising or consisting of the amino acid sequence of SEQ ID NO: 111 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 123 optionally comprising up to 5, up to
4,upto 3, upto 2 or 1 amino acid substitutions across both variable regions;

a VVH comprising or consisting of the amino acid sequence of SEQ ID NO: 112 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 124 optionally comprising up to 5, up to
4, upto 3, upto 2 or 1 amino acid substitutions across both variable regions;

a VVH comprising or consisting of the amino acid sequence of SEQ ID NO: 113 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 125 optionally comprising up to 5, up to

4,upto 3, upto 2 or 1 amino acid substitutions across both variable regions;
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h) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 114 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 126 optionally comprising up to 5, up to
4, upto 3, upto 2 or 1 amino acid substitutions across both variable regions;

i) aVH comprising or consisting of the amino acid sequence of SEQ ID NO: 115 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 127 optionally comprising up to 5, up to
4,upto 3, upto 2 or1 amino acid substitutions across both variable regions;

J) aVH comprising or consisting of the amino acid sequence of SEQ ID NO: 116 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 128 optionally comprising up to 5, up to
4, upto 3, upto 2 or 1 amino acid substitutions across both variable regions; or

k) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 117 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 129 optionally comprising up to 5, up to
4,upto 3, upto 2 or1 amino acid substitutions across both variable regions.

“Across both variable regions” means collectively, the antibody may comprise up to the specified number
of substitutions in total when considering both the heavy and light chain variable regions. The amino acid
substitutions may be conservative amino acid substitutions. In some embodiments, the substitutions (if
present) may occur anywhere in the variable region sequences. In preferred embodiments, the
substitutions (if present) may be limited to the framework regions. Accordingly in some embodiments, the

amino acid substitutions do not occur in a CDR sequence.

Optionally the antibodies above retain the corresponding CDR sequences such that any variability in the
VH and VL sequences occurs in the framework regions.

In some embodiments, multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1)
binding Fab region comprising:
a) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 107 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 119;
b) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 108 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 120;
¢) aVH comprising or consisting of the amino acid sequence of SEQ ID NO: 109 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 121;
d) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 110 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 122;
e) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 111 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 123;
f) aVH comprising or consisting of the amino acid sequence of SEQ ID NO: 112 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 124;
g) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 113 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 125;
h) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 114 and a VL comprising

or consisting of the amino acid sequence of SEQ ID NO: 126;
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i) aVH comprising or consisting of the amino acid sequence of SEQ ID NO: 115 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 127;

j) aVH comprising or consisting of the amino acid sequence of SEQ ID NO: 116 and a VL comprising
or consisting of the amino acid sequence of SEQ ID NO: 128; or

k) a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 117 and a VL comprising

or consisting of the amino acid sequence of SEQ ID NO: 129.

Certain amino acid substitutions may be made to provide one or more variant antibodies as described

herein.

In any embodiments relating to Fab regions having defined VH and/or VL sequences (for example any VH
and/or VL sequences defined as having certain percent identities and/or substitutions), preferably the VH
sequence is not SEQ ID NO: 106 and the VL sequence is not SEQ ID NO: 118.

Other antibodies comprising Fab regions derived from ADT1-7

In one embodiment multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:
a) an HCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 130;
b) an HCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 131;
¢) an HCDRS3 sequence comprising or consisting of the sequence of XiX2YX:X4AFDI (SEQ ID NO:
183), wherein the HCDR3 sequence is not SEQ ID NO: 132;
d) an LCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 144;
e) an LCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 145; and
f) an LCDR3 sequence comprising or consisting of the sequence of QQXsXsX7XsLXsT (SEQ ID NO:
186), wherein the LCDR3 sequence is no SEQ ID NO: 146;

wherein each of X1 to Xs is a naturally occurring amino acid.

In one embodiment multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:
a) an HCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 130;
b) an HCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 131;
¢) an HCDR3 sequence comprising or consisting of the sequence of XiX2YX:X4AFDI (SEQ ID NO:
184), wherein the HCDR3 sequence is not SEQ ID NO: 132;
d) an LCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 144;
e) an LCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 145; and
f) an LCDRS3 sequence comprising or consisting of the sequence of QQXsXsX7XsLXeT (SEQ ID NO:
187), wherein the LCDR3 sequence is no SEQ ID NO: 146;
wherein X is selected from the group consisting of D, | and V; Xz is selected from the group consisting of
D and S; X is selected from the group consisting of N, E, D, Q and A; X4 is selected from the group
consisting of D and E; Xs is selected from the group consisting of T and S; Xs is selected from the group
consisting of A, G, Y and S; X7 is selected from the group consisting of S and D; Xs is selected from the
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group consisting of T, E and G; and Xs is selected from the group consisting of L and D. The antibody may
further comprise an HFR1 sequence comprising the sequence of SEQ ID NO: 189; an HFR2 sequence
comprising the sequence of SEQ ID NO: 190; an HFR3 sequence comprising the sequence of SEQ ID NO:
191; an HFR4 sequence comprising the sequence of SEQ ID NO: 192; an LFR1 sequence comprising the
sequence of SEQ ID NO: 193 and 194; an LFR2 sequence comprising the sequence of SEQ ID NO: 195;
an LFR3 sequence comprising the sequence of SEQ ID NO: 196; and an LFR4 sequence comprising the
sequence of SEQ ID NO: 197.

In one embodiment multispecific antibodies are provided, the anti-TCR delta variable 1 (anti-Vd1) binding
Fab region comprising:

a) an HCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 130

b) an HCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 131

¢) an HCDRS3 sequence comprising or consisting of the sequence of X1X2YX3X4AFDI (SEQ ID NO:

185), wherein the HCDR3 sequence is not SEQ ID NO: 132;

d) an LCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 144;

e) an LCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 145; and

f) an LCDR3 sequence comprising or consisting of the sequence of QQXsXsX7XsLXsT (SEQ ID NO:

188), wherein the LCDR3 sequence is no SEQ ID NO: 146;

wherein X is selected from the group consisting of D and V; Xz is selected from the group consisting of D
and S; Xs is selected from the group consisting of D, Q and A; X4 is selected from the group consisting of
Dand E; Xsis S; X is selected from the group consisting of A and Y; X7 is S; Xz is selected from the group
consisting of E and G; and Xo is selected from the group consisting of L and D. The antibody may further
comprise an HFR1 sequence comprising the sequence of SEQ ID NO: 189; an HFR2 sequence comprising
the sequence of SEQ ID NO: 190; an HFR3 sequence comprising the sequence of SEQ ID NO: 191; an
HFR4 sequence comprising the sequence of SEQ ID NO: 192; an LFR1 sequence comprising the sequence
of SEQ ID NO: 193, an LFR2 sequence comprising the sequence of SEQ ID NO: 195; an LFR3 sequence
comprising the sequence of SEQ ID NO: 196; and an LFR4 sequence comprising the sequence of SEQ ID
NO: 197.

Antibodies having sequence substitutions

The skilled person is aware that various amino acids have similar properties. One or more such amino
acids of a substance can often be substituted by one or more other such amino acids without eliminating a

desired activity of that substance.

Thus, the amino acids glycine, alanine, valine, leucine and isoleucine can often be substituted for one
another (amino acids having aliphatic side chains). Of these possible substitutions it is preferred that glycine
and alanine are used to substitute for one another (since they have relatively short side chains) and that
valine, leucine and isoleucine are used to substitute for one another (since they have larger aliphatic side
chains which are hydrophobic). Other amino acids which can often be substituted for one another include:
phenylalanine, tyrosine and tryptophan (amino acids having aromatic side chains); lysine, arginine and

histidine (amino acids having basic side chains); aspartate and glutamate (amino acids having acidic side
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chains); asparagine and glutamine (amino acids having amide side chains); and cysteine and methionine

(amino acids having sulphur containing side chains).

A “conservative” amino acid substitution is an amino acid substitution in which an amino acid residue is
replaced with another amino acid residue of similar chemical structure and which is expected to have little
influence on the function, activity or other biological properties of the polypeptide. Such conservative
substitutions suitably are substitutions in which one amino acid within the following groups is substituted by

another amino acid residue from within the same group:

Group Amino acid residue

Non-polar aliphatic Glycine
Alanine
Valine
Methionine
Leucine
Isoleucine
Aromatic Phenylalanine
Tyrosine
Tryptophan
Polar uncharged Serine
Threonine
Cysteine
Proline
Asparagine
Glutamine
Negatively charged Aspartate
Glutamate
Positively charged Lysine
Arginine
Histidine

Suitably, a hydrophobic amino acid residue is a non-polar amino acid. More suitably, a hydrophobic amino
acid residue is selected from V, I, L, M, F, Wor C. In some embodiments, a hydrophobic amino acid residue
is selected from glycine, alanine, valine, methionine, leucine, isoleucine, phenylalanine, tyrosine, or
tryptophan.

Therefore, references to “conservative” amino acid substitutions refer to amino acid substitutions in which
one or more of the amino acids in the sequence of the antibody (e.g. in the CDRs or in the VH or VL
sequences) is substituted with another amino acid in the same class as indicated above. Conservative
amino acid substitutions may be preferred in the CDR regions to minimise adverse effects on the function
of the antibody. However, conservative amino acid substitutions may also occur in the framework regions.
Therefore, in some embodiments, any substitutions in the CDRs may be conservative substitutions,
whereas substitutions in the framework regions may by substitutions of naturally occurring amino acids with

another other naturally occurring amino acids.
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Amino acid deletions or insertions can also be made relative to the amino acid sequences provided for the
antibodies described herein. Thus, for example, amino acids which do not have a substantial effect on the
activity of the polypeptide, or at least which do not eliminate such activity, can be deleted. Such deletions
can be advantageous since the overall length and the molecular weight of a polypeptide can be reduced
whilst still retaining activity. This can enable the amount of polypeptide required for a particular purpose to

be reduced - for example, dosage levels can be reduced.

Amino acid changes relative to the sequences provided herein can be made using any suitable technique

e.g. by using site-directed mutagenesis or solid-state synthesis.

It should be appreciated that amino acid substitutions or insertions within the scope of the present invention
can be made using naturally occurring or non-naturally occurring amino acids, although naturally occurring
amino acids may be preferred. Whether or not natural or synthetic amino acids are used, it may be preferred

that only L- amino acids are present.

Various embodiments comprising optional amino acid substitutions the provided sequences are provided
herein. In addition, in one embodiment of the invention there is provided antibodies, or antigen-binding
fragment thereof, of the invention comprising up to 10, suitably up to 5, or suitably up to 2 amino acid
substitutions in the antibody binding domain or antigen-binding domains. For example, in one embodiment
of the invention, there is provided an V31 antibody or antigen-binding fragment thereof, wherein the
antibody or antigen-binding fragment thereof comprises the 6 CDR regions of an antibody selected from
the group consisting of ADT1-4-105, ADT1-4-107, ADT1-4-110, ADT1-4-112, ADT1-4-117, ADT1-4-19,
ADT1-4-21, ADT1-4-31, ADT1-4-139, ADT1-4-4, ADT1-4-143, ADT1-4-53, ADT1-4-173, ADT1-4-2, ADT1-
4-8, ADT1-4-82, ADT1-4-83, ADT1-4-3, ADT1-4-84, ADT1-4-86, ADT1-4-95, ADT1-4-1, ADT1-4-6, ADT1-
4-138, ADT1-7-10, ADT1-7-15, ADT1-7-17, ADT1-7-18, ADT1-7-19, ADT1-7-20, ADT1-7-22, ADT1-7-23,
ADT1-7-42, ADT1-7-3 and ADT1-7-61, wherein the antibody or antigen-binding fragment thereof has up to
10 amino acid substitutions across all of its CDR regions, suitably up to 5 amino acid substitutions or up to
2 amino acid substitutions. In a further embodiment of the invention, there is provided an anti-V81 antibody
or antigen-binding fragment thereof, wherein the antibody or antigen-binding fragment thereof comprises
the VH and VL sequences of an antibody selected from the group consisting of ADT1-4-105, ADT1-4-107,
ADT1-4-110, ADT1-4-112, ADT1-4-117, ADT1-4-19, ADT1-4-21, ADT1-4-31, ADT1-4-139, ADT1-4-4,
ADT1-4-143, ADT1-4-53, ADT1-4-173, ADT1-4-2, ADT1-4-8, ADT1-4-82, ADT1-4-83, ADT1-4-3, ADT1-4-
84, ADT1-4-86, ADT1-4-95, ADT1-4-1, ADT1-4-6, ADT1-4-138, ADT1-7-10, ADT1-7-15, ADT1-7-17,
ADT1-7-18, ADT1-7-19, ADT1-7-20, ADT1-7-22, ADT1-7-23, ADT1-7-42, ADT1-7-3 and ADT1-7-61,
wherein the antibody has up to 10 amino acid substitutions across its VH and VL sequences, suitably up to
5 amino acid substitutions or up to 2 amino acid substitutions. In a still further embodiment of the invention,
there is provided an anti-V51 antibody or antigen-binding fragment thereof, wherein the antibody or antigen-
binding fragment thereof is an antibody selected from the group consisting of ADT1-4-105, ADT1-4-107,
ADT1-4-110, ADT1-4-112, ADT1-4-117, ADT1-4-19, ADT1-4-21, ADT1-4-31, ADT1-4-139, ADT1-4-4,
ADT1-4-143, ADT1-4-53, ADT1-4-173, ADT1-4-2, ADT1-4-8, ADT1-4-82, ADT1-4-83, ADT1-4-3, ADT1-4-
84, ADT1-4-86, ADT1-4-95, ADT1-4-1, ADT1-4-6, ADT1-4-138, ADT1-7-10, ADT1-7-15, ADT1-7-17,
ADT1-7-18, ADT1-7-19, ADT1-7-20, ADT1-7-22, ADT1-7-23, ADT1-7-42, ADT1-7-3 and ADT1-7-61,
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wherein the antibody has up to amino acid substitutions, suitably up to 5 amino acid substitutions or up to
2 amino acid substitutions. Substitutions are of course substitutions with reference to the original CDR or

variable chain sequences of the starting antibody.

In some embodiments, the one or more amino acid substitutions are in the CDR region or regions. In other
embodiments, the one or more amino acid substitutions are in the framework regions, i.e. in the variable
heavy and light chains but not in the CDR region or regions. In other embodiments, the one or more amino
acid substitutions may be at any position in the variable heavy and/or variable light regions. In some

embodiments, the amino acid substitutions do not occur in a CDR sequence.

In some embodiments, the amino acid substitutions do not adversely affect the binding specificity and/or
affinity of the antibody. Accordingly, the variant antibody may have the same (or substantially the same)

or a superior functional profile as the antibody from which is it derived.

In some embodiments, amino acid substitutions may be made to increase the binding affinity of the antibody
to a particular antigen. For example, in embodiments of the invention relating to the mutagenesis of the
serine at position 74 of the (variable region of the) light chain, a substitution may be made to increase the
cross reactivity of the antibody for a the cyno homolog of the human antigen against which the antibody
was prepared. Unlike other substitutions described above, this substitution may preferably be non-
conservative. In some embodiments, the substitution may be a substitution of the serine at position 74 to
a non-polar amino acid (for example to an amino acid selected from the group consisting of glycine, alanine,
valine, methionine, leucine and isoleucine). Alternatively, the serine may be substituted with a non-human-
germline amino acid (for example to an amino acid selected from the group consisting of arginine, cysteine,
glutamine, glutamic acid, glycine, histidine, isoleucine, leucine, lysine, methionine, phenylalanine,
threonine, tryptophan, tyrosine and valine). In some embodiments, the serine may be substituted with an
amino acid that is both non-human-germline and non-polar, i.e. an amino acid selected from the group
consisting of glycine, valine, methionine, leucine and isoleucine. In some embodiments, the serine may be
substituted with a leucine.

Epitopes

Provided herein are multispecific antibodies (or antigen-binding fragments thereof) which bind to an epitope
of the V81 chain of a yd TCR. Such binding may optionally have an effect on yd TCR activity, such as
activation. The multispecific antibodies of the invention are specific for the V&1 chain of a yd TCR, and do
not bind epitopes of other antigens, such as the V82 chain of a yd TCR or the V83 chain of a yd TCR. The
antibodies of the present invention may be considered agonistic antibodies, at least with respect to the
agonistic effect conferred upon Vd1 cells upon binding.

In one embodiment, the epitope may be an activating epitope of a yd T cell. An “activating” epitope can
include, for example, stimulating a TCR function, such as cell degranulation, TCR downregulation,
cytotoxicity, proliferation, mobilisation, increased survival or resistance to exhaustion, intracellular

signalling, cytokine or growth factor secretion, phenotypic change, or a change in gene expression. For
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example, the binding of the activating epitope may stimulate expansion (i.e. proliferation) of the yd T cell
population, preferably the Vo1+ T cell population. Accordingly, these antibodies can be used to modulate
y0 T cell activation, and, thereby, to modulate the immune response. Therefore, in one embodiment, binding
of the activating epitope downregulates the yd TCR. In an additional or alternative embodiment, binding of
the activating epitope activates degranulation of the yd T cell. In a further additional or alternative

embodiment, binding of the activating epitope promotes yd T cell mediated killing.

In some embodiments, an activating epitope of TRDV1 is one that, upon being bound by an antibody,
results in down-regulation of the receptor and optionally activates the V81 cell. In some embodiments, the
activating epitope is one that upregulates expression of activatory markers on the Vo1 cell, for example
CD107a, CD25, CD69 and/or Ki67. In some embodiments, the activating epitope is one that upregulates
expression of activatory markers on the V81 cell, for example CD107 and CD25, and optionally CD69
and/or Ki67. In some embodiments, upregulation of the one or more activatory markers (such as CD107a)
may be upregulation in the presence of cancer cells. In preferred embodiments of the invention, the

antibodies bind activating epitopes of TRDV1, in particular via the TRDV1-binding domain.

As T-cell receptors are often complexed with other proteins, downregulation of the T-cell receptor via Vo1
antibody binding may cause downregulation of other proteins associated with the T-cell receptor (i.e. the
binding of the V&1 antibody causes down regulation of the T-cell receptor complex). For example, in some
embodiments, an activating epitope of TRDV1 is one that upon binding, down-regulates the TCR/CD3
receptor complex. In this way, the antibodies of the invention may cause indirect downregulation of cell
surface proteins that are not bound by the antibody, but are complexed to the T-cell receptor. Given T-
cells expressing gamma delta 1 chains (i.e. V81 cells) represent only a small number of the total T-cell
population, the multispecific antibodies of the invention can be used to selectively (and indirectly)
downregulate proteins in the TCR complex, such as CD3, by only downregulating them in V&1 cells.

In some embodiments, a T-cell receptor complex activating epitope is one that upon activation,
downregulates the T-cell receptor complex, whilst not downregulating CD3 molecules not associated with
said TRDV1 TCR complex.

The epitope is preferably comprised of or consists of at least one extracellular, soluble, hydrophilic or
external portion of the V&1 chain of a y6 TCR.

In particular, the epitope does not comprise or consist of an epitope found in a hypervariable region of the
V81 chain of the yd TCR, in particular CDR3 of the V31 chain. In a preferred embodiment, the epitope is
within the non-variable region of the V81 chain of the yd TCR. It will be appreciated that such binding allows
for the unique recognition of the Vd1 chain without the restriction to the sequences of the TCR which are
highly variable (in particular CDR3). Various yd TCR complexes which recognise antigen may be
recognised in this way, solely by presence of the V&1 chain. As such, it will be appreciated that any V&1
chain-comprising yd TCR may be recognised using the multispecific antibodies as defined herein,
irrespective of the specificity of the yd TCR. In one embodiment, the epitope comprises or consists of one

or more amino acid residues within amino acid regions 1-24 and/or 35-90 of SEQ ID NO: 272, e.g. the
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portions of the V&1 chain which are not part of the CDR1 and/or CDR3 sequences. In one embodiment,
the epitope does not comprise or consist of amino acid residues within amino acid region 91-105 (CDR3)
of SEQ ID NO: 272.

In some embodiments the epitope comprises or consists of amino acids in the TRDV-1 CDR2 sequence.

In a similar manner to the well characterised a3 T cells, yd T cells utilize a distinct set of somatically
rearranged variable (V), diversity (D), joining (J), and constant (C) genes, although y& T cells contain fewer
V, D, and J segments than a3 T cells. In one embodiment, the epitope of V&1 bound by the multispecific
antibodies (or antigen-binding fragments thereof) does not comprise or consist of an epitope found in the J
region of the V81 chain (e.g. one of the four J regions encoded in the human delta one chain germline:
SEQ ID NO: 301 (J1*0) or 302 (J2*0) or 303 (J3*0) or 304 (J4*0)) or in the C-region of the V&1 chain (e.g.
SEQ ID NO: 305 (C1*0) which contains the C-terminal juxtamembrane/transmembrane regions). In one
embodiment, the epitope of V81 bound by the multispecific antibodies (or antigen-binding fragments
thereof) does not comprise or consist of an epitope found in the N-terminal leader sequence of the Vd1
chain (e.g. SEQ ID NO: 299). The antibody or fragment may therefore only bind in the V region of the Vo1
chain (e.g. SEQ ID NO: 300). Thus, in one embodiment, the epitope consists of an epitope in the V region
of the yd TCR (e.g. amino acid residues 1-90 of SEQ ID NO: 272).

Reference to the epitope are made in relation to the V81 sequence derived from the sequence described
in Luoma et al. (2013) Immunity 39: 1032-1042, and RCSB Protein Data Bank entries: 30MZ, shown as
SEQ ID NO: 272:

AQKVTQAQSSVSMPVRKAVTLNCLYETSWWSYYIFWYKQLPSKEMIFLIRQGSDEQNAKSGRYSVNFKK
AAKSVALTISALQLEDSAKYFCALGESLTRADKLIFGKGTRVTVEPNIQNPDPAVYQLRDSKSSDKSVCLF
TDFDSQTNVSQSKDSDVYITDKTVLDMRSMDFKSNSAVAWSNKSDFACANAFNNSIIPEDTFFPSPESS
(SEQ ID NO: 272)

SEQ ID NO: 272 represents a soluble TCR comprising or consisting of a V region (also referred to as the
variable domain), a D region, a J region and a TCR constant region. The V region comprises or consists of
amino acid residues 1-90, the D region comprises or consists of amino acid residues 91-104, the J region
comprises or consists of amino acid residues 105-115 and the constant region (derived from T-cell receptor
alpha) comprises or consists of amino acid residues 116-209. Within the V region, CDR1 is defined as
amino acid residues 25-34 of SEQ ID NO: 272, CDR2 is defined as amino acid residues 50-54 of SEQ ID
NO: 272, and CDR3 is defined as amino acid residues 93-104 of SEQ ID NO: 272 (Xu et al., PNAS USA
108(6):2414-2419 (2011)).

Therefore, according to an aspect of the invention, there is provided an isolated antibody or antigen-binding
fragment thereof, which binds to an epitope of a variable delta 1 (V51) chain of a yd T cell receptor (TCR)
comprising or consisting of one or more amino acid residues within amino acid regions:

(i) 3-20 of SEQ ID NO: 272; and/or

(i) 37-77 of SEQ ID NO: 272.
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In a further embodiment, the multispecific antibodies additionally recognize the polymorphic V region
comprising or consisting of amino acid residues 1-90 epitope of SEQ ID NO: 306. Hence, amino acids 1-
90 of SEQ ID NO: 272 and the polymorphic germline variant sequence (amino acids 1-90 SEQ ID NO: 306)
may be considered interchangeable when defining epitopes described herein. Studies presented herein
have demonstrated multispecific antibodies of the invention can recognize both variants of this germline
sequence. By way of example, where it is stated that multispecific antibodies or antigen-binding fragments
thereof as defined herein recognize epitopes comprising or consisting of one or more amino acid residues
within amino acid regions 1-24 and/or 35-90 of SEQ ID NO: 272, they additionally recognise equivalent
epitopes (i.e. at the same position) in SEQ ID NO: 306..

In one embodiment, multispecific antibodies or antigen-binding fragments thereof recognize one or more
amino acid residues within amino acid regions 1-90 of SEQ ID NO: 272. More specifically, in one
embodiment multispecific antibodies or antigen-binding fragments thereof as defined herein recognize a
human germline epitope wherein said germline encodes either an alanine (A) or valine (V) at position 71 of
SEQ ID NO: 272.

In one embodiment, the epitope comprises or consists of one or more, such as two, three, four, five, six,

seven, eight, nine, ten or more amino acid residues within the described regions.

In a further embodiment, the epitope comprises or consists of one or more (such as 5 or more, such as 10
or more) amino acid residues within amino acid region 3-20 of SEQ ID NO: 272. In an alternative
embodiment, the epitope comprises or consists of one or more (such as 5 or more, such as 10 or more)
amino acid residues within amino acid region 37-77 of SEQ ID NO: 272 (such as amino acid region 50-54).
In a yet further embodiment, the epitope comprises or consists of one or more (such as 5 or more, such as
10 or more) amino acid residues within amino acid region 3-20 (such as 5-20 or 3-17) and one or more
(such as 5 or more, such as 10 or more) amino acid residues within amino acid region 37-77 (such as 62-
77 or 62-69) of SEQ ID NO: 272.

It will be further understood that said antibody (or antigen-binding fragment thereof) does not need to bind
to all amino acids within the defined range. Such epitopes may be referred to as linear epitopes. For
example, an antibody which binds to an epitope comprising or consisting of amino acid residues within
amino acid region 5-20 of SEQ ID NO: 272 may only bind with one or more of the amino acid residues in
said range, e.g. the amino acid residues at each end of the range (i.e. amino acids 5 and 20), optionally
including amino acids within the range (i.e. amino acids 5, 9, 16 and 20).

In one embodiment, the epitope comprises or consists of at least one of amino acid residues 3, 5, 9, 10,
12, 16, 17, 20, 37, 42, 50, 53, 59, 62, 64, 68, 69, 72 or 77 of SEQ ID NO: 272. In further embodiments, the
epitope comprises or consists of one, two, three, four, five, six, seven, eight, nine, ten, eleven or twelve
amino acids selected from amino acid residues 3, 5, 9, 10, 12, 16, 17, 20, 37, 42, 50, 53, 59, 62, 64, 68,
69, 72 or 77 of SEQ ID NO: 272.
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In one embodiment, the epitope comprises or consists of one or more amino acid residues within the
following amino acid regions of SEQ ID NO: 272:

M 317
(i)  5-20;

@iy 37-53;

(iv) 50-64;

V)  59-72;

(vi) 59-77;

(vii) 62-69; and/or
(viiy 62-77.

In further embodiments, the epitope comprises or consists of one or more amino acid residues within amino
acid regions: 5-20 and 62-77 (for example, although not limited to, embodiments relating to antibodies
derived from the parental clone EO07, such as affinity matured variants thereof); 50-64 (for example, although
not limited to, embodiments relating to antibodies derived from the parental clone C08, such as affinity
matured variants thereof); 37-53 and 59-72 (for example, although not limited to, embodiments relating to
antibodies derived from the parental clone G04, such as affinity matured variants thereof); 59-77 (for
example, although not limited to, embodiments relating to antibodies derived from the parental clone C05,
such as affinity matured variants thereof); or 3-17 and 62-69 (for example, although not limited to,
embodiments relating to antibodies derived from the parental clone EO01, such as affinity matured variants
thereof), of SEQ ID NO: 272. In a further embodiment, the epitope consists of one or more amino acid
residues within amino acid regions: 5-20 and 62-77; 50-64; 37-53 and 59-72; 59-77; or 3-17 and 62-69, of
SEQ ID NO: 272.

In a further embodiment, the epitope comprises or consists of amino acid residues: 3, 5, 9, 10, 12, 16, 17,
62, 64, 68 and 69 of SEQ ID NO: 272, or suitably consists of amino acid residues: 3, 5, 9, 10, 12, 16, 17,
62, 64, 68 and 69 of SEQ ID NO: 272 (for example, although not limited to, embodiments relating to
antibodies derived from the parental clone E01, such as affinity matured variants thereof). In a further
embodiment, the epitope comprises or consists of amino acid residues: 5, 9, 16, 20, 62, 64, 72 and 77 of
SEQ ID NO: 272, or suitably consists of amino acid residues: 5, 9, 16, 20, 62, 64, 72 and 77 of SEQ ID NO:
272 (for example, although not limited to, embodiments relating to antibodies derived from the parental
clone E07, such as affinity matured variants thereof). In yet further embodiment, the epitope comprises or
consists of the amino acid residues: 37, 42, 50, 53, 59, 64, 68, 69, 72, 73 and 77 of SEQ ID NO: 272, or
suitably consists of amino acid residues: 37, 42, 50, 53, 59, 64, 68, 69, 72, 73 and 77 of SEQ ID NO: 272
(for example, although not limited to, embodiments relating to antibodies derived from the parental clone
G04, such as affinity matured variants thereof). In a further embodiment, the epitope comprises or consists
of the amino acid residues: 50, 53, 59, 62 and 64 of SEQ ID NO: 272, or suitably consists of amino acid
residues: 50, 53, 59, 62 and 64 of SEQ ID NO: 272 (for example, although not limited to, embodiments
relating to antibodies derived from the parental clone C08, such as affinity matured variants thereof). In a
further embodiment, the epitope comprises or consists of amino acid residues: 59, 60, 68 and 72 of SEQ
ID NO: 272, or suitably consists of amino acid residues: 59, 60, 68 and 72 of SEQ ID NO: 272 (for example,
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although not limited to, embodiments relating to antibodies derived from the parental clone C05, such as

affinity matured variants thereof).

In one embodiment, the epitope comprises or consists of one or more amino acid residues within amino
acid regions 37-53 and/or 59-77 of SEQ ID NO: 272. In a further embodiment, the epitope consists of one
or more amino acid residues within amino acid regions 37-53 and 59-77 of SEQ ID NO: 272. In an
alternative further embodiment, the epitope comprises or consists of one or more amino acid residues within
amino acid regions 37-53 or 59-77 of SEQ ID NO: 272. Multispecific antibodies or antigen-binding
fragments thereof having such epitopes may have some or all of the sequences of G04, or such antibodies
or antigen-binding fragments thereof may be derived from G04. For example, multispecific antibodies or
antigen-binding fragments thereof having one or more CDR sequences of G04 or one or both of the VH

and VL sequences of G04 may bind such epitopes.

In one embodiment, the epitope comprises or consists of one or more amino acid residues within amino
acid regions 5-20 and/or 62-77 of SEQ ID NO: 272. In a further embodiment, the epitope consists of one
or more amino acid residues within amino acid regions 5-20 and 62-77 of SEQ ID NO: 272. In an alternative
further embodiment, the epitope comprises or consists of one or more amino acid residues within amino
acid regions 5-20 or62-77 of SEQ ID NO: 272. Multispecific antibodies or antigen-binding fragments thereof
having such epitopes may have some or all of the sequences of EQ7, or such antibodies or antigen-binding
fragments thereof may be derived from E07. For example, multispecific antibodies or antigen-binding
fragments thereof having one or more CDR sequences of EQ7 or one or both of the VH and VL sequences
of EO7 may bind such epitopes.

In one embodiment, the epitope comprises or consists of one or more amino acid residues within amino
acid region 50-64 of SEQ ID NO: 272. In a further embodiment, the epitope consists of one or more amino
acid residues within amino acid region 50-64 of SEQ ID NO: 272. Multispecific antibodies or antigen-binding
fragments thereof having such epitopes may have some or all of the sequences of C08, or such antibodies
or antigen-binding fragments thereof may be derived from C08. For example, multispecific antibodies or
antigen-binding fragments thereof having one or more CDR sequences of C08 or one or both of the VH
and VL sequences of C08 may bind such epitopes.

In one embodiment, the epitope comprises or consists of one or more amino acid residues within amino
acid region 59-72 of SEQ ID NO: 272. In a further embodiment, the epitope consists of one or more amino
acid residues within amino acid region 59-72 of SEQ ID NO: 272. Multispecific antibodies or antigen-binding
fragments thereof having such epitopes may have some or all of the sequences of C05, or such antibodies
or antigen-binding fragments thereof may be derived from C05. For example, multispecific antibodies or
antigen-binding fragments thereof having one or more CDR sequences of C05 or one or both of the VH

and VL sequences of C05 may bind such epitopes.
In one embodiment, the epitope does not comprise or consist of amino acid residues within amino acid

region 11-21 of SEQ ID NO: 272. In one embodiment, the epitope does not comprise or consist of amino

acid residues within amino acid region 21-28 of SEQ ID NO: 272. In one embodiment, the epitope does not
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comprise or consist of amino acid residues within amino acid region 59 and 60 of SEQ ID NO: 272. In one
embodiment, the epitope does not comprise or consist of amino acid residues within amino acid region 67-
82 of SEQ ID NO: 272.

The epitopes of affinity matured antibodies will generally be the same as the epitopes identified herein for
the parental clone. Forthose epitopes on cyno TRDV1, the positions of the epitopes of the affinity matured
antibodies will generally the same positions as the epitopes identified for the corresponding parental clone.
The reference to “positions” is necessary since the skilled person would appreciate the identity of some of
the amino acids in the epitopes differ from human TRDV1. Despite these variations between human and
cyno TRDV1, such antibodies are still able to specifically bind to both antigens.

In one embodiment, the epitope is not the same epitope bound by a commercially available anti-Vd1
antibody, such as TS-1 or TS8.2. As described in W0O2017197347, binding of TS-1 and TS8.2 to soluble
TCRs was detected when the 81 chain included V61 J1 and V81 J2 sequences but not to the V&1 J3 chain,
indicating that the binding of TS-1 and TS8.2 involved critical residues in the delta J1 and delta J2 region.

References to “within” herein include the extremities of the define range. For example, “within amino acid
regions 5-20" refers to all of amino acid resides from and including residue 5 up to and including residue
20.

Various techniques are known in the art to establish which epitope is bound by an antibody. Exemplary
techniques include, for example, routine cross-blocking assays, alanine scanning mutational analysis,
peptide blot analysis, peptide cleavage analysis crystallographic studies and NMR analysis. In addition,
methods such as epitope excision, epitope extraction and chemical modification of antigens can be
employed. Another method that can be used to identify the amino acids within a polypeptide with which an
antibody interacts is hydrogen/deuterium exchange detected by mass spectrometry (as described in
Example 9). In general terms, the hydrogen/deuterium exchange method involves deuterium-labelling the
protein of interest, followed by binding the antibody to the deuterium-labelled protein. Next, the
protein/antibody complex is transferred to water and exchangeable protons within amino acids that are
protected by the antibody complex undergo deuterium-to-hydrogen back-exchange at a slower rate than
exchangeable protons within amino acids that are not part of the interface. As a result, amino acids that
form part of the protein/antibody interface may retain deuterium and therefore exhibit relatively higher mass
compared to amino acids not included in the interface. After dissociation of the antibody, the target protein
is subjected to protease cleavage and mass spectrometry analysis, thereby revealing the deuterium-
labelled residues which correspond to the specific amino acids with which the antibody interacts.

The multispecific antibodies and antigen-binding fragments therefor suitably specifically bind to both human
TRDV1 (SEQ ID NO: 272 and the polymorphic variant of SEQ ID NO: 306) as well as an ortholog in
cynomolgus monkey, cyno TRDV1 (SEQ ID NO: 308 see also UniProtKB - G7P9S6 (G7P9S6_MACFA)).
In some embodiments, the multispecific antibodies or antigen-binding fragments thereof are G04-derived
antibodies that specifically bind to both human and cyno TRDV1. It is hypothesised the epitopes bound by
the multispecific antibodies of the invention (for example although not limited to those binding in a region
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within amino acid resides 37 to 77 of any of SEQ ID NOs: 272, 306 or 308) may be particularly
advantageous, since it allows the provision of anti-Vd1 antibodies that are specific to V81 (i.e. do not bind
similar antigens, such as V62 or V83) but also provide cross-reactivity to polymorphic variants of V&1 (i.e.
TRDV1 SEQ ID NO: 272 and TRDV1 SEQ ID NO: 306, despite the polymorphism at residue position 20
and this being identified as a possible contact residue or close to an identified contact residue for some
antibodies) and provides cross-reactivity between human and cyno V81 (despite all of residues 42, 50, 54,
59, 60, 68, 73, 75 and 76 occurring within the region of amino acid resides 37 to 77 of SEQ ID NOs: 272

and 308 being different between human and cyno TRDV1 sequences).

Epitopes of ADT1-4-derived antibodies

The ADT1-4-derived antibodies bind the same or substantially the same epitope as the ADT1-4 parental
antibody. Accordingly, in some embodiments, in particular those relating to antibodies derived from or
related to the ADT1-4 parental antibody, the anti-V&1 antibody or antigen-binding fragment binds an epitope
comprising or consisting of one or more amino acid residues within amino acid region 37 to 77, for example
within amino acid regions 37-53 and/or 59-77, of SEQ ID NO: 272 (or SEQ ID NO: 306). In some
embodiments, the epitope comprises or consists of amino acid residues 37, 42, 50, 53, 59, 64, 68, 69, 72,
73 and 77 of SEQ ID NO: 272 (or SEQ ID NO: 306). In some embodiments, the epitope consists of amino
acid residues 37, 42, 50, 53, 59, 64, 68, 69, 72, 73 and 77 of SEQ ID NO: 272 (or SEQ ID NO: 306).

The ADT1-4-derived antibodies also bind to epitope of the cyno variable delta 1 (V&1) chain of a yo6 T cell
receptor (TCR), aka cyno TRDV1 (SEQ ID NO: 308). Hence, in some embodiments, in particular those
relating to antibodies derived from or related to the G04 parental antibody, the anti-V81 antibody or antigen-
binding fragment binds an epitope comprising or consisting of one or more amino acid residues within
amino acid region 37 to 77, for example within amino acid regions 37-53 and/or 59-77, of SEQ ID NO: 308.
In some embodiments, the epitope comprises or consists of amino acid residues 37, 42, 50, 53, 59, 64, 68,
69, 72, 73 and 77 of SEQ ID NO: 308. In some embodiments, the epitope consists of amino acid residues
37,42, 50, 53, 59, 64, 68, 69, 72, 73 and 77 of SEQ ID NO: 308.

Given the cross-reactivity of the ADT1-4-derived antibodies in particular, and the ability of the antibodies
disclosed herein to bind to the polymorphic variant of TRDV1, in some embodiments, in particular those
relating to antibodies derived from or related to the G04 parental antibody, the anti-V&1 antibody or antigen-
binding fragment binds an epitope comprising or consisting of one or more amino acid residues within
amino acid region 37 to 77, for example within amino acid regions 37-53 and/or 59-77, of SEQ ID NOs:
272, 306 and 308. In some embodiments, the epitope comprises or consists of amino acid residues 37,
42, 50, 53, 59, 64, 68, 69, 72, 73 and 77 of SEQ ID NO: : 272, 306 and 308. In some embodiments, the
epitope consists of amino acid residues 37, 42, 50, 53, 59, 64, 68, 69, 72, 73 and 77 of SEQ ID NOs : 272,
306 and 308.

The provision of antibodies that comprise or consist of such epitopes as those described above yet

providing cross-reactivity between human and cyno TRDV1 sequences is surprising, given the location of

the amino acid variants between these sequences from the two species.
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Epitopes of ADT1-7-derived antibodies

The ADT1-7-derived antibodies bind the same or substantially the same epitope as the ADT1-7 parental
antibody. Accordingly, in some embodiments, in particular those relating to antibodies derived from or
related to the ADT1-7 parental antibody, the anti-Vd1 antibody or antigen-binding fragment binds an epitope
comprising or consisting of one or more amino acid residues within amino acid regions 5-20 and/or 62-77
of SEQ ID NO: 272 (or SEQ ID NO: 306). In some embodiment, the epitope comprises or consists of amino
acid residues 5, 9, 16, 20, 62, 64, 72 and 77 of SEQ ID NO: 272 (or SEQ ID NO: 306). In some
embodiments, the epitope consists of amino acid residues 5, 9, 16, 20, 62, 64, 72 and 77 of SEQ ID NO:
272 (or SEQ ID NO: 306).

Framework and other sequences

Suitably the VH and VL regions of the multispecific antibodies or antigen-binding fragments of the invention
each comprise four framework regions (FR1-FR4). In one embodiment, the antibody or antigen-binding
fragment thereof comprises a framework region (e.g. FR1, FR2, FR3 and/or FR4) comprising a sequence
having at least 80% sequence identity with the framework region in any one of SEQ ID NOs: 2 to 25 (for
example in the case of light chain variable sequences derived from G04), SEQ ID NOs: 27 to 50 (for
example in the case of heavy chain variable sequences derived from G04), SEQ ID NOs: 107 to 117 (for
example in the case of light chain variable sequence derived from E07) or SEQ ID NOs: 119 to 129 (for
example in the case of light chain variable sequence derived from EQ7). In one embodiment, the antibody
or antigen-binding fragment thereof comprises a framework region (e.g. FR1, FR2, FR3 and/or FR4)
comprising a sequence having at least 90%, such as at least 95%, 97% or 99% sequence identity with the
framework region in any one of SEQ ID NOs: 2 to 25 (for example in the case of light chain variable
sequences derived from G04), SEQ ID NOs: 27 to 50 (for example in the case of heavy chain variable
sequences derived from G04), SEQ ID NOs: 107 to 117 (for example in the case of light chain variable
sequence derived from E07) or SEQ ID NOs: 119 to 129 (for example in the case of light chain variable
sequence derived from E07). In one embodiment, the antibody or antigen-binding fragment thereof
comprises a framework region (e.g. FR1, FR2, FR3 and/or FR4) comprising a sequence in any one of SEQ
ID NOs: 2 to 25 (for example in the case of light chain variable sequences derived from G04), SEQ ID NOs:
27 to 50 (for example in the case of heavy chain variable sequences derived from G04), SEQ ID NOs: 107
to 117 (for example in the case of light chain variable sequence derived from EQ7) or SEQ ID NOs: 119 to
129 (for example in the case of light chain variable sequence derived from EQ07). In one embodiment, the
antibody or antigen-binding fragment thereof comprises a framework region (e.g. FR1, FR2, FR3 and/or
FR4) consisting of a sequence in any one of SEQ ID NOs: 2 to 25 (for example in the case of light chain
variable sequences derived from G04), SEQ ID NOs: 27 to 50 (for example in the case of heavy chain
variable sequences derived from G04), SEQ ID NOs: 107 to 117 (for example in the case of light chain
variable sequence derived from E07) or SEQ ID NOs: 119 to 129 (for example in the case of light chain

variable sequence derived from E07).
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In some embodiments, the anti-Vd1 antibody or antigen-binding fragment thereof may comprise an HFR1
(i.e. heavy framework 1 region) sequence comprising or consisting of the sequence of SEQ ID NO: 170 or
171; an HFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 172; an HFR3 sequence
comprising or consisting of the sequence of SEQ ID NO: 173; an HFR4 sequence comprising or consisting
of the sequence of SEQ ID NO: 174; an LFR1 sequence comprising or consisting of the sequence of SEQ
ID NO: 175; an LFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 176; an LFR3
sequence comprising or consisting of the sequence of SEQ ID NO: 177 or 178; and/or an LFR4 sequence

comprising or consisting of the sequence of SEQ ID NO: 179, 180, 181 or 182.

In some embodiments, the anti-Vd1 antibody or antigen-binding fragment thereof may comprise an HFR1
(i.e. heavy framework 1 region) sequence comprising or consisting of the sequence of SEQ ID NO: 170 or
171; an HFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 172; an HFR3 sequence
comprising or consisting of the sequence of SEQ ID NO: 173; an HFR4 sequence comprising or consisting
of the sequence of SEQ ID NO: 174; an LFR1 sequence comprising or consisting of the sequence of SEQ
ID NO: 175; an LFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 176; an LFR3
sequence comprising or consisting of the sequence of SEQ ID NO: 177; and/or an LFR4 sequence
comprising or consisting of the sequence of SEQ ID NO: 179, 180, 181 or 182.

In some embodiments, the anti-Vd1 antibody or antigen-binding fragment thereof may comprise an HFR1
(i.e. heavy framework 1 region) sequence comprising or consisting of the sequence of SEQ ID NO: 170 or
171; an HFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 172; an HFR3 sequence
comprising or consisting of the sequence of SEQ ID NO: 173; an HFR4 sequence comprising or consisting
of the sequence of SEQ ID NO: 174; an LFR1 sequence comprising or consisting of the sequence of SEQ
ID NO: 175; an LFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 176; an LFR3
sequence comprising or consisting of the sequence of SEQ ID NO: 177; and/or an LFR4 sequence

comprising or consisting of the sequence of SEQ ID NO: 179 or 181.

In some embodiments, the anti-Vd1 antibody or antigen-binding fragment thereof may comprise an HFR1
sequence comprising or consisting of the sequence of SEQ ID NO: 189; an HFR2 sequence comprising or
consisting of the sequence of SEQ ID NO: 190; an HFR3 sequence comprising or consisting of the
sequence of SEQ ID NO: 191; an HFR4 sequence comprising or consisting of the sequence of SEQ ID
NO: 192; an LFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 193 and 194; an
LFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 195; an LFR3 sequence
comprising or consisting of the sequence of SEQ ID NO: 196; and an LFR4 sequence comprising or
consisting of the sequence of SEQ ID NO: 197.

In some embodiments, the anti-Vd1 antibody or antigen-binding fragment thereof may comprise an HFR1
sequence comprising or consisting of the sequence of SEQ ID NO: 189; an HFR2 sequence comprising or
consisting of the sequence of SEQ ID NO: 190; an HFR3 sequence comprising or consisting of the
sequence of SEQ ID NO: 191; an HFR4 sequence comprising or consisting of the sequence of SEQ ID
NO: 192; an LFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 193; an LFR2
sequence comprising or consisting of the sequence of SEQ ID NO: 195; an LFR3 sequence comprising or
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consisting of the sequence of SEQ ID NO: 196; and an LFR4 sequence comprising or consisting of the
sequence of SEQ ID NO: 197.

For fragments comprising both the VH and VL regions, these may be associated either covalently (e.g. via
disulphide bonds or a linker) or non-covalently. The antibody fragment described herein may comprise an
scFv, i.e. a fragment comprising a VH region and a VL region joined by a linker. In one embodiment, the
VVH and VL region are joined by a (e.g. synthetic) polypeptide linker. The polypeptide linker may comprise
a (GlysSen)n linker, where n = from 1 to 8, e.g. 2, 3, 4, 5 or 7. The polypeptide linker may comprise a
[(GlyaSer)n(GlysAlaSer)m]p linker, where n =from 110 8,e.9.2,3,4,50r7, m=from1t08,e.9.0,1,2or
3,and p = from 1 to 8, e.g. 1, 2 or 3. In a further embodiment, the linker comprises SEQ ID NO: 291. In a
further embodiment, the linker consists of SEQ ID NO: 291.

It will be understood by a person skilled in the art that scFv constructs may be designed and made inclusive
of N-terminal and C-terminal modifications to aid with translation, purification and detection. For example,
at the N-terminus of an scFv sequence, an additional methionine and/or alanine amino acid residue may
be included ahead of the canonical VH sequences (e.g. starting QVQ or EVQ). At the C-terminus (i.e. C-
terminal to the canonical mature VL domain sequence ending as per the IMGT definition), additional
sequences may be included such as (i) a partial sequence of the constant domain and/or (ii) additional
synthetic sequences inclusive of tags, such as His-tags and Flag-tags, to aid with purification and detection
(for example the tags of any of SEQ ID NOs: 292 to 295).

As described herein, the antibodies may be in any format. In a preferred embodiment, the antibody is in an
IgG1 (e.g. human IgG1) format (ie. the antibody is a human 1gG1 antibody).

In some embodiments, the antibody or antigen-binding fragment thereof comprises a light chain constant
region comprising the sequence of SEQ ID NO: 296 or SEQ ID NO: 307 (or a sequence having at least
70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at
least 94%, at least 95%, at least 96%, at least 97%, at least 98%, or at least 99% sequence identity with
SEQ ID NO: 296 or SEQ ID NO: 307) and/or a heavy chain constant region comprising the sequence of
SEQ ID NO: 297 or SEQ ID NO: 298 (or a sequence having at least 70%, at least 75%, at least 80%, at
least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%,
at least 97%, at least 98%, or at least 99% sequence identity with SEQ ID NO: 297 or SEQ ID NO: 298).
In some embodiments, effector function of the heavy chain constant region may be reduced or disabled
(effector function disabling mutations). Suitable mutations to attenuate the effector functions are known to
the skilled person. For example, the L235A and/or G237A mutations (“LAGA”) or the L234A and/or L235A
mutations (“LALA”) according to the EU numbering. For example, in one embodiment, the antibody or
antigen-binding fragment thereof comprises a light chain constant region comprising the sequence of SEQ
ID NO: 296 and/or a heavy chain constant region comprising the sequence of SEQ ID NO: 297 or SEQ ID
NO: 298.

Competing antibodies
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In one embodiment, the antibody binds to the same, or essentially the same, epitope as, or competes with,
an antibody or antigen-binding fragment thereof as defined herein. One can easily determine whether an
antibody binds to the same epitope as, or competes for binding with, a reference anti-\VV61 antibody by using
routine methods known in the art. For example, to determine if a test antibody binds to the same epitope
as a reference anti-Vd1 antibody of the invention, the reference antibody is allowed to bind to a V&1 protein
or peptide under saturating conditions. Next, the ability of a test antibody to bind to the V&1 chain is
assessed. If the test antibody is able to bind to V&1 following saturation binding with the reference anti-Vd1
antibody, it can be concluded that the test antibody binds to a different epitope than the reference anti-VV61
antibody. On the other hand, if the test antibody is not able to bind to the V&1 chain following saturation
binding with the reference anti-V81 antibody, then the test antibody may bind to the same epitope as the
epitope bound by the reference anti-Vd1 antibody of the invention.

The present invention also includes anti-V81 antibodies that compete for binding to V&1 with an antibody
or antigen-binding fragment thereof as defined herein, or an antibody having the CDR sequences of any of
the exemplary antibodies described herein. For example, competitive assays can be performed with the
antibody of the present invention in order to determine what proteins, antibodies, and other antagonists
compete for binding to the V81 chain with the antibody of the present invention and/or share the epitope.
These assays are readily known to those of skill in the art; they evaluate competition between antagonists
or ligands for a limited number of binding sites on a protein, e.g. V81. The antibody (or antigen-binding
fragment thereof) is immobilized or insolubilized before or after the competition and the sample bound to
the V&1 chain is separated from the unbound sample, for example, by decanting (where the antibody was
pre-insolubilized) or by centrifuging (where the antibody was precipitated after the competitive reaction).
Also, the competitive binding may be determined by whether the function is altered by the binding or lack
of binding of the antibody to the protein, e.g. whether the antibody molecule inhibits or potentiates the
enzymatic activity of, for example, a label. ELISA and other functional assays may be used, as known in

the art and described herein.

Two antibodies bind to the same or overlapping epitope if each competitively inhibits (blocks) binding of the
other to the target antigen. That is, a 1 -, 5-, 10-, 20- or 100-fold excess of one antibody inhibits binding of
the other by at least 50% but preferably 75%, 90% or even 99% as measured in a competitive binding
assay. Alternatively, two antibodies have the same epitope if essentially all amino acid mutations in the

target antigen that reduce or eliminate binding of one antibody reduce or eliminate binding of the other.

Additional routine experimentation (e.g. peptide mutation and binding analyses) can then be carried out to
confirm whether the observed lack of binding of the test antibody is in fact due to binding to the same
epitope as the reference antibody or if steric blocking (or another phenomenon) is responsible for the lack
of observed binding. Experiments of this sort can be performed using ELISA, RIA, surface plasmon
resonance, flow cytometry or any other quantitative or qualitative antibody-binding assay available in the
art.

Antibody binding and pharmacological properties of the antibodies
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The multispecific antibodies of the invention may have favourable binding and/or pharmacological

properties, for example as described below.

In some embodiments, the binding affinity of the antibody or antigen-binding fragment thereof is established
by coating the antibody or antigen-binding fragment thereof directly or indirectly (e.g. by capture with an
anti-human IgG Fc) onto the surface of a sensor (e.g. an amine high capacity chip or equivalent), wherein
the target bound by the antibody or antigen-binding fragment thereof (i.e. the Vd1 chain of a yd TCR or
EGFR) is flowed over the chip to detect binding. Suitably, a MASS-2 instrument (which may also be referred
to as Sierra SPR-32) is used at 25 °C in PBS + 0.02 % Tween 20 running buffer at 30 pl/min.

Described herein are other assays which may be used to define antibody function. For example, the
multispecific antibody or antigen-binding fragment thereof described herein may be assessed by y6 TCR
engagement, e.g. measuring downregulation of the yd TCR upon antibody binding. Surface expression of
the yd TCR following application of the antibody or antigen-binding fragment thereof (optionally presented
on the surface of a cell) can be measured, e.g. by flow cytometry. The antibody or antigen-binding fragment
thereof described herein may also be assessed by measuring yd T cell degranulation. For example,
expression of CD107a, a marker for cell degranulation, can be measured following application of the
antibody or antigen-binding fragment thereof (optionally presented on the surface of a cell) to yd T cells,
e.g. by flow cytometry. The antibody or antigen-binding fragment thereof described herein may also be
assessed by measuring yd T cell mediated killing activity (to test if the antibody has an effect on the killing
activity of the yd T cell). For example, target cells may be incubated with yd T cells in the presence of the
antibody or antigen-binding fragment thereof (optionally presented on the surface of a cell). Following
incubation, the culture may be stained with a cell viability dye to distinguish between live and dead target

cells. The proportion of dead cells can then be measured, e.g. by flow cytometry.

Additionally, described herein are assays which may be used to define multispecific antibody function as
assessed in assays comprising a mixture of at least two different cell types comprising seperate yd TCR+ve
cells and EGFR+ve cells. These assays help to further highlight some of the surprising technical effects of
the multispecific antibodies described herein, whereby further enhanced effects are observed (eg.
increased TCR downregulation) when multispecific antibody function is assessed and defined in assays

comprising such cell mixtures.

Binding affinity (Kp) for human TRDV1

Generally speaking, the affinity matured clones (and multispecific antibodies derived or related to such
clones) will have an affinity for their antigen(s) that is higher than the parental clones. For example, the
affinity for human TRDV1 (SEQ ID NOs 272 or 306) will be at least 20%, at least 30%, at least 40%, at
least 50%, at least 100% or at least 500% greater affinity than the parental antibody.

The multispecific antibodies or antigen-binding fragments thereof of the invention may bind to human

TRDV1 (SEQ ID NOs 272 or 306) with a binding affinity (Ko, for example as measured by surface plasmon
resonance) of less than about 100 nM, preferably less than about 50 nM.
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The multispecific antibodies or antigen-binding fragments thereof may further be defined as binding to
human TRDV1 (SEQ ID NOs 272 or 306) with a binding affinity (Ko, for example as measured by surface
plasmon resonance) of less than about 10 nM, preferably less than about 5 nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage (e.g. multispecific antibodies of the invention with a Fab region
relating to or derived from the ADT1-4 lineage, for example a a result of affinity maturation or otherwise),
the multispecific antibodies or antigen-binding fragments thereof of the invention may bind to human
TRDV1 with Kp of less than about 100 nM, preferably less than about 50 nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage (but excluding ADT1-4-138), the multispecific antibodies or antigen-
binding fragments thereof of the invention may bind to human TRDV1 with Kp of less than about 10 nM,

preferably less than about 5 nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage members ADT1-4-19, ADT1-4-21, ADT1-4-31, ADT1-4-53, ADT1-4-
2, ADT1-4-86, ADT1-4-112, ADT1-4-143 and/or ADT1-4-1, the multispecific antibodies or antigen-binding
fragments thereof of the invention may bind to human TRDV1 with Kp of less than about 10 nM, preferably

less than about 1 nM.

The multispecific antibodies or antigen-binding fragments thereof of the invention may bind to cyno TRDV1
(SEQ ID NO 308) with a binding affinity (Ko, for example as measured by surface plasmon resonance) of
less than about 100 nM, preferably less than about 50 nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage, the multispecific antibodies or antigen-binding fragments thereof of
the invention may bind to cyno TRDV1 with Kp of less than about 100 nM, preferably less than about 50
nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage members ADT1-4-19, ADT1-4-21, ADT1-4-31, ADT1-4-53, ADT1-4-
2, ADT1-4-86, ADT1-4-112, ADT1-4-143 and/or ADT1-4-1, the multispecific antibodies or antigen-binding
fragments thereof of the invention may bind to cyno TRDV1 with Kp of less than about 50 nM.

In some embodiments, for example those relating to or derived from the ADT1-4 lineage, the multispecific
antibodies or antigen-binding fragments thereof of the invention may bind to human TRDV1 with Ko of less
than about 100 nM, preferably less than about 50 nM and bind to cyno TRDV1 with a binding affinity (Ko,
for example as measured by surface plasmon resonance) of less than about 100 nM, preferably less than
about 50 nM.
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In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage (but excluding ADT1-4-138), the multispecific antibodies or antigen-
binding fragments thereof of the invention may bind to human TRDV1 with Kp of less than about 10 nM and
bind to cyno TRDV1 with a binding affinity (Ko, for example as measured by surface plasmon resonance)
of less than about 100 nM. Preferably in this embodiment, the multispecific antibodies or antigen-binding
fragments thereof of the invention may bind to human TRDV1 with Kp of less than about 5 nM and bind to
cyno TRDV1 with a binding affinity (Ko, for example as measured by surface plasmon resonance) of less
than about 50 nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage members ADT1-4-19, ADT1-4-21, ADT1-4-31, ADT1-4-53, ADT1-4-
2, ADT1-4-86, ADT1-4-112, ADT1-4-143 and/or ADT1-4-1, the multispecific antibodies or antigen-binding
fragments thereof of the invention may bind to human TRDV1 with Kp of less than about 10 nM and bind to
human TRDV1 with Kp of less than 50 nM. Preferably in this embodiment, the multispecific antibodies or
antigen-binding fragments thereof of the invention may bind to human TRDV1 with Kp of less than about 1
nM and bind to cyno TRDV1 with a binding affinity (Ko, for example as measured by surface plasmon
resonance) of less than about 50 nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-7 lineage (e.g. multispecific antibodies of the invention with a Fab region
relating to or derived from the ADT1-7 lineage, for example a a result of affinity maturation or otherwise),
the multispecific antibodies or antigen-binding fragments thereof of the invention may bind to human
TRDV1 with Ko of less than about 10 nM, preferably less than about 5 nM.

Table 6: Summary of the human TRDV1 affinities of exemplar multispecific antibodies of the invention, as
determined by SPR.

Antibody Affinity to V51 (nM)
ADT1-4-2xLEE 0.416
ADT1-4-6xLEE 3.24

ADT1-4-138xLEE 55

Increasing the binding affinity for human TRDV1 to less than about 10nM is shown to convey advantageous
technical effects, such as increased binding (MFI), improved v61 TCR downregulation, improved CD107A

upregulation, increased cytotoxicity and increased proliferation (see Figure 35L).

Binding affinity (Kp) for EGFR

In some embodiments, the multispecific antibodies of the invention may bind to EGFR with a Ko of less than

about 150nM, for example ADT1-4-2xFS1-65, ADT1-4-2xFS1-67, ADT1-4-2xLEE, ADT1-4-2x747, ADT1-
4-2xLEE3, ADT1-4-2xLEE2 and ADT1-4-2xLEE1.
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In some embodiments, the multispecific antibodies of the invention may bind to EGFR with a Kp of less than
about 20nM, for example ADT1-4-2xFS1-65, ADT1-4-2xFS1-67, ADT1-4-2xLEE, ADT1-4-2x747 and
ADT1-4-2xLEE3.

In some embodiments, the multispecific antibodies of the invention may bind to EGFR with a Ko of less than
about 10nM, for example ADT1-4-2xFS1-65, ADT1-4-2xFS1-67, ADT1-4-2xLEE and ADT1-4-2x747.

In some embodiments, the multispecific antibodies of the invention may bind to EGFR with a Kp of less than
about 5nM, for example ADT1-4-2xFS1-65, ADT1-4-2xFS1-67, ADT1-4-2xLEE and ADT1-4-2x747.

In any embodiment, the EGFR may be human EGFR.

Table 7 provides a summary of the EGFR affinities of exemplar multispecific antibodies of the invention, as

determined by SPR.

Table 7: Summary of TRDVT and EGFR affinities

Example affinity results for molecules as indicated (note; inter-assay variation typically <2-fold)
. . Affinity to human Affinity to human
Antibody Alias EG:R (nM) TRD\(II (nM)
ADT1-4-2/ADT3-3 ADT1-4-2xFS1-65 1.35 0.464
ADT1-4-2/ADT3-1 ADT1-4-2xFS1-67 1.37 0.378
ADT1-4-2/ADT3-2 ADT1-4-2xLEE 1.49 0.416
ADT1-4-2/ADT3-4 ADT1-4-2x747 2.35 0.511
ADT1-4-2/ADT3-7 ADT1-4-2xLEE3 8.63 0.462
ADT1-4-2/ADT3-6 ADT1-4-2xLEE2 19.2 0.818
ADT1-4-2/ADT3-5 ADT1-4-2xLEE1 142 0.883
ADT1-4/ADT3-1 GO4xFS1-67 1.14 152
ADT1-4-138/ADT3-2 ADT1-4-138xLEE 2.78 55
ADT1-4-6/ADT3-2 ADT1-4-6xLEE 0.655 3.24
ADT1-4 G04 - 115
ADT1-4-2 - - 0.522

In some embodiments, the multispecific antibodies of the invention may bind to human TRDV1 with a Kp of
less than about 5nM and may bind to EGFR with a Kb of less than about 150nM, for example ADT1-4-
2xFS1-65, ADT1-4-2xFS1-67, ADT1-4-2xLEE, ADT1-4-2x747, ADT1-4-2xLEE3, ADT1-4-2xLEE2 and
ADT1-4-2xLEE1.

In some embodiments, the multispecific antibodies of the invention may bind to human TRDV1 with a Kp of

less than about 5nM and may bind to EGFR with a Kp of less than about 20nM, for example ADT1-4-2xFS1-
65, ADT1-4-2xFS1-67, ADT1-4-2xLEE, ADT1-4-2x747 and ADT1-4-2xLEE3.
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In some embodiments, the multispecific antibodies of the invention may bind to human TRDV1 with a Kp of
less than about 5nM and may bind to EGFR with a Kp of less than about 10nM, for example ADT1-4-2xFS1-
65, ADT1-4-2xFS1-67, ADT1-4-2xLEE and ADT1-4-2x747.

In some embodiments, the multispecific antibodies of the invention may bind to human TRDV1 with a Ko of
less than about 5nM and may bind to EGFR with a Kp of less than about 5nM, for example ADT1-4-2xFS1-
65, ADT1-4-2xFS1-67, ADT1-4-2xLEE and ADT1-4-2x747.

Increasing the binding affinity for EGFR is shown to convey advantageous technical effects, such as
increased binding (MFI), improved v81 TCR downregulation, improved degranulation, increased
cytotoxicity, increased 4-1BB upregulation and increased proliferation (see Figure 36).A clustering effect is
observed wherein multispecific antibodies of this invention with mid-to-high affinities to EGFR in the range
of about 1nM to about 20nM affinity (ADT1-4-2xLEE, ADT1-4-2xLEE3, ADT1-4-2LEE2) functionally cluster
together whilst the lower affinity molecule with an affinity of about 142nM (ADT1-4-2xLEE1) is significantly
impaired and is equivalent to the non-binding (to TCR) control in this assay. Interestingly the highest affinity
EGFR binding (less than about 2nM) does not confer the highest saturation effects for improved vd61 TCR
downregulation, improved degranulation, increased cytotoxicity, increased 41BB upregulation and
increased proliferation. Rather, the mid-range affinity molecules at about 9nM-19nM (ADT1-4-2xLEE3 and
ADT1-4-2xLEE?2 respectively) confer the highest effects at saturating concentrations of the antibodies. This
more optimal effect conferred by mid-range affinity multispecific antibodies of this invention is discussed

later herein. The results are shown in Figure 36.

Dialing up and down affinity of binding domains

Multispecific antibodies as presented herein comprise at least one first binding domain which binds the
TRDV1 domain of V&1 TCR and at least one second binding domain which binds EGFR. Each binding
domain binds to its target with a different binding affinity (Kd). These binding affinities can be altered
independently of each other. Fine-tuning affinities up or down to both the first binding domain and to the

second binding domain impact functionality and conferred technical effects.

Affinity of the first binding domain (to the TRDV1 domain of V&1 TCR):

1) Increasing affinity to the first binding domain (to greater than about 10nM) can further enhance
effects of these multispecific antibodies in certain circumstances. This is surprising given all
naturally occurring ligands to the human V81 TCR reported to date exhibit much lower affinities
ranging from 2.9uM (MART1) through 900uM (MICA)

2) Increasing the concentration of multispecific antibodies with lower affinities to TRDV1 (of lower than
about 10nM) can overcome some of the observed lower activities conferred by these molecules
(e.g. proliferative effects) but interestingly, not all effects can be replicated by increased
concentrations of the lower affinity variant.

3) Cancer cells with a higher TAA copy number can further enhance observed effects conferred by

these multispecific antibodies; particularly of the lower affinity (to TRDV1) variant.
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Affinity of the second binding domain (to EGFR)

1

2)

3)

4

Multispecific antibodies of this invention with higher affinities to EGFR performed more optimally in
a number of the exploratory studies undertaken (See Examples 13 to 17).

A threshold effect was observed wherein affinity to EGFR could range between 1nM and 20nM
without a major impact on many functional effects (See Examples 13 to 17). This clustered or
threshold effect observed for high-to-mid affinity multispecific antibodies was unexpected.

Higher TAA copy number on a cancer cell line can overcome some of the reduced effects observed
by the lower affinity (fto EGFR) multispecific antibodies — however, and again, in some
circumstances only (See Examples 13 to 17).

Some multispecific antibodies of the invention with mid-range affinity for EGFR (9nm to 20nM)
performed more favorably than the highest affinity variants (less than 2nM) at saturating
concentrations in some instances. For example, when operating at nM antibody concentrations it
was observed multispecific antibodies with mid-range affinities to EGFR (of about 8nM to 20nM)
conferred enhanced proliferative effects and 41BB activation status when compared to both the
highest affinity variants (less than 2nM, preferably less than 1.5nM) and lowest affinity variants (of

about 142nM) in the assays described.

Dialing up and down affinity provides a “tool-box” of multispecific antibodies, some of which are optimal for

lower copy number TAA scenarios, others more optimal at nM concentration/dose ranges in certain

circumstances, and some more selective only for high-copy number TAA cancers.

Affinity to Affinity to Example
TRDV1 EGFR molecules

Potential Utility

Higher affinity | Higher affinity effective against both lower and higher

Treatment of EGFR-positive cancers; most
ADT1-4-2xFS1-65

potent format by a variety of measures. Very
ADT1-4-2xLEE
ADT1-4-2xFS1-67

EGFR copy number cancer cells by many
ADT1-4-2x747

measures.

Higher affinity Mid affinity

Treatment of EGFR-positive cancers; shown
to cluster with high affinity molecules (see
ADT1-4-2xLEE2 | above) by several measures, but potentially a
ADT1-4-2xLEE3 more potent format at saturating
concentrations (such as conferred

proliferative effects on Vd1+ cells)

Higher affinity Lower affinity ADT1-4-2xLEE1

Treatment of EGFR-positive cancers.
Potentially more selective against higher
EGFR copy number cancer cells. This format
will likely bias distribution towards V&1+ cells.

Lower affinity Higher affinity ADT1-4-6xLEE

Treatment of EGFR-positive cancers.
Potentially more selective against higher
EGFR copy number cancer cells. Equipotent
with higher/higher molecules by certain
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measures at saturation (eg. conferred

proliferative effects on V1+ cells). This

format will more likely bias distribution
towards EGFR bearing cells.

Inhibition concentrations (IC50)

TCR downregulation
TCR down regulation may be measured according to the assays described herein. For example, the

antibody to be tested may be incubated at different concentration with a culture of yd T cells and the
downregulation measured. If measuring cell killing (for example THP-1 cell killing, or A375 cell killing), the
y0 T cells are co-cultured with a suitable cell line, for example THP-1 cells or A375 cells. TCR down
regulation may be measured flow cytometry. Cell killing may be achieved by any suitable means, for
example by flow cytometry.

For the initial TCR downregulation studies with the parental antibodies (eg. ADT1-7 and ADT1-4), the TCR
downregulation assay involved ‘loading’ the antibody onto Fc gamma receptor +ve THP-1 cells (see
Example 1, Example 6 and Table 5 of W02021/032963). As such, the antibodies in this instance are
presented on a cell surface ahead of co-incubation with yd T cells. Such loading thereby affords maximum
opportunity to exploit cross-linking effects upon TCR engagement. Aside loading antibodies onto Fc
receptor +ve cells, alternate similar approaches to presenting the antibody on sold-surfaces may include
pre-incubating the antibody on a plate (so-called plate-bound), or the use of carrier beads to present the
antibody. In all such assays, and once presented on a solid surface, it is then typical to investigate and
measure the technical effect conferred by the antibody upon engagement of the target receptor (in this
instance a yd T cell receptor), Presenting antibodies in this way is commonplace, particularly when
exploring the effects of antibody engagement of immune cell receptor targets and complexes such as
antibody engagement of targets such as CD3, CD28 etc.

In contrast, for affinity matured antibodies of the invention as described herein, we wanted to dissect and
compare the impact of affinity maturation to its fullest and hence we explored the capabilities of these
antibodies in more ‘soluble’ TCR downregulation assay formats. Assessing the effect in solution may also
be more physiologically relevant. For these reasons, and unless otherwise indicated, in all TCR
downregulation cell-based experiments wherein the effects of affinity-matured antibodies, multispecific
antibodies, or fragments thereof, are measured or characterized and compared to parent antibodies (e.g.
see Figure 35), a soluble assay format is explored. The IC50 difference of employing this more stringent
soluble assay is summarized below wherein the TCR downregulation of EC50 values for an example parent

molecule (ADT1-4) is summarised via both approaches.
TCR Downregulation: ‘Presented’ versus ‘Soluble’ Assay Format:
ADT1-4 IC50 (loaded on THP-1 cells): 0.01-0.05 ug/ml = 0.065nM to 0.325nM
(See Example 1, Example 6, and Table 5 of WO2021/032963)

Vs.
ADT1-4 IC50 (soluble assay, added in solution) = 38.28 nM
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(See Figure 12)

The multispecific antibodies or antigen-binding fragments thereof of the invention may have an IC50 for
TCR downregulation of less than about 50nM, less than about 10nM, or less than about 1mM. Preferably
the IC50 is less than about 1nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage (e.g. multispecific antibodies of the invention with a Fab region
relating to or derived from the ADT1-4 lineage, for example a a result of affinity maturation or otherwise),
the multispecific antibodies or antigen-binding fragments thereof of the invention may have an IC50 for TCR
downregulation of less than about 50nM, less than about 10nM, or less than about 1TmM. Preferably the
IC50 is less than about 1nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage (but excluding ADT1-4-138), the multispecific antibodies or antigen-
binding fragments thereof of the invention may have an IC50 for TCR downregulation of less than about
1nM. Preferably the IC50 is less than about 0.5nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage members ADT1-4-19, ADT1-4-21, ADT1-4-31, ADT1-4-53, ADT1-4-
2, ADT1-4-86, ADT1-4-112, ADT1-4-143 and/or ADT1-4-1, the antibodies or multispecific antigen-binding
fragments thereof of the invention may have an IC50 for TCR downregulation of less than about 1nM.
Preferably the IC50 is less than about 0.5nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-7 lineage (e.g. multispecific antibodies of the invention with a Fab region
relating to or derived from the ADT1-7 lineage, for example a a result of affinity maturation or otherwise),
the multispecific antibodies or antigen-binding fragments thereof of the invention may have an IC50 for TCR
downregulation of less than about 50nM, less than about 10nM, or less than about 1mM. Preferably the
IC50 is less than about 1nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-7 lineage members ADT1-7-20 or ADT1-7-3, the multispecific antibodies or
antigen-binding fragments thereof of the invention may have an IC50 for TCR downregulation of less than
about 5nM. Preferably the IC50 is less than about 10nM.

Cell killing
Cell killing may be measured according to the assays described herein. For example, the antibody to be

tested may be incubated at different concentration with a co-culture of yd T cells and tumour cells (for
example THP-1 cells or A375 cells). Cell killing may be measured by any suitable means, for example by

flow cytometry.
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The multispecific antibodies or antigen-binding fragments thereof of the invention may have an IC50 for
A375 cell killing of less than about 10nM, less than about 5nM, less than about 1nM, less than about 0.1nM
or less than about 0.01nM.. Preferably the IC50 is less than about 1nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage (e.g. multispecific antibodies of the invention with a Fab region
relating to or derived from the ADT1-4 lineage, for example as a result of affinity maturation or otherwise),
the multispecific antibodies or antigen-binding fragments thereof of the invention may have an IC50 for
A375 cell killing of less than about 10nM, less than about 5nM, less than about 1nM, less than about 1nM,
less than about 0.1nM or less than about 0.01nM.. Preferably the IC50 is less than about 1nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-7 lineage (e.g. multispecific antibodies of the invention with a Fab region
relating to or derived from the ADT1-7 lineage, for example as a result of affinity maturation or otherwise),
the multispecific antibodies or antigen-binding fragments thereof of the invention may have an IC50 for
A375 cell killing of less than about 5nM, less than about 1nM, or less than about 0.1nM. Preferably the 1IC50
is less than about 1nM.

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-7 lineage members ADT1-7-20 or ADT1-7-3, the multispecific antibodies or
antigen-binding fragments thereof of the invention may have an IC50 for A375 cell killing of less than about
10nM, less than about 5nM, less than about 1nM or less than about 0.1nM. Preferably the IC50 is less
than about 1nM.

Of course, the advantageous pharmacological profiles of the multispecific antibodies can be combined such
that the antibodies exhibit an advantageous Ko and advantageous IC50 values for the various tested
properties.

For example, in some embodiments, the multispecific antibodies or antigen-binding fragments thereof of
the invention may:
e bind to human TRDV1 (SEQ ID NOs 272 or 306) with a binding affinity (Ko, for example as
measured by surface plasmon resonance) of less than about 100 nM (preferably less than about
50 nM);
e optionally bind to cyno TRDV1 (SEQ ID NO 308) with a binding affinity (Kp, for example as
measured by surface plasmon resonance) of less than about 100 nM (preferably less than about
50 nM);
e have an IC50 for TCR downregulation of less than about 50nM (preferably less than about 1nM);
e have an IC50 for A375 cell killing of less than about 10nM (preferably less than about 5nM).

In some embodiments, in particular those relating to the ADT1-4 lineage, the multispecific antibodies or
antigen-binding fragments thereof may:
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¢ bind to human TRDV1 with a Ko of less than about 100 nM (preferably less than about 50 nM);

¢ bind to cyno TRDV1 with a Ko of less than about 100 nM (preferably less than about 50 nM);
 have an IC50 for TCR downregulation of less than about 50nM (preferably less than about 1nM);
e have an IC50 for A375 cell killing of less than about 10nM (preferably less than about 5nM).

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage (but excluding ADT1-4-138), the multispecific antibodies or antigen-
binding fragments thereof of the invention may:

e bind to human TRDV1 with a Ko of less than about 10 nM (preferably less than about 5 nM);

¢ bind to cyno TRDV1 with a Ko of less than about 100 nM (preferably less than about 50 nM);

e have an IC50 for TCR downregulation of less than about 1nM (preferably less than about 0.5nM)

e have an IC50 for A375 cell killing of less than about 10nM (preferably less than about 5nM).

In some embodiments, for example multispecific antibodies or antigen-binding fragments thereof relating
to or derived from the ADT1-4 lineage members ADT1-4-19, ADT1-4-21, ADT1-4-31, ADT1-4-53, ADT1-4-
2, ADT1-4-86, ADT1-4-112, ADT1-4-143 and/or ADT1-4-1, the multispecific antibodies or antigen-binding
fragments thereof of the invention may:

e bind to human TRDV1 with a Kp of less than about 10 nM (preferably less than about 1 nM);

e bind to cyno TRDV1 with a Kp of less than about 50 nM;

e have an IC50 for TCR downregulation of less than about 1nM (preferably less than about 0.5nM)

e have an IC50 for A375 cell killing of less than about 10nM (preferably less than about 5nM).

In some embodiments, in particular those relating to the ADT1-7 lineage, the multispecific antibodies or
antigen-binding fragments thereof may:
e bind to human TRDV1 with a Ko of less than about 10 nM (preferably less than about 5 nM);
e have an IC50 for TCR downregulation of less than about 50nM (preferably less than about 10nM);
e have an IC50 for A375 cell killing of less than about 5nM (preferably less than about 1nM).

In some embodiments, in particular those relating to the ADT1-7 lineages ADT1-7-20 or ADT1-7-3, the
multispecific antibodies or antigen-binding fragments thereof may:

¢ bind to human TRDV1 with a Ko of less than about 10 nM (preferably less than about 5 nM);

e have an IC50 for TCR downregulation of less than about 5nM (preferably less than about 1nM);

e have an IC50 for A375 cell killing of less than about 10nM (preferably less than about 5nM).

Pharmacological properties of antibodies comprising Fab regions of or derived from the ADT1-4
lineage

The pharmacological properties of the antibodies with respect to their binding (via the Fab region) to TRDV1
may fall within certain parameters. For example, antibodies of or derived from ADT1-4-105 (for example

fragments thereof, variants having one or more amino acid substitutions or having certain percent identity
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thereto) may have a Kp for human TRDV1 of less than about 10 nM (preferably less than about 1 nM)
and/or a Kp for cyno TRDV1 of less than about 50 nM.

Antibodies of or derived from ADT1-4-107 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50
ni.

Antibodies of or derived from ADT1-4-110 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50
nM.

Antibodies of or derived from ADT1-4-112 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Kp for cyno TRDV1 of less than about 50
nM. Such antibodies may alternatively or additionally have an IC50 for TCR down regulation of less than
about 1nM (preferably less than about 0.5 nM).

Antibodies of or derived from ADT1-4-117 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50
nM.

Antibodies of or derived from ADT1-4-19 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of
less than about 1 nM (preferably less than about 0.5 nM) and/or a Ko for cyno TRDV1 of less than about
10 nM (preferably less than about 5 nM). Such antibodies may alternatively or additionally have an IC50

for TCR down regulation of less than about 1nM (preferably less than about 0.5 nM).

Antibodies of or derived from ADT1-4-21 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Kp for cyno TRDV1 of less than about 50
nM (preferably less than about 10 nM). Such antibodies may alternatively or additionally have an IC50 for
TCR down regulation of less than about 1nM (preferably less than about 0.5 nM).

Antibodies of or derived from ADT1-4-31 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Kp for cyno TRDV1 of less than about 50
nM (preferably less than about 10 nM). Such antibodies may alternatively or additionally have an IC50 for

TCR down regulation of less than about 1nM (preferably less than about 0.5 nM). .
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Antibodies of or derived from ADT1-4-139 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50
nM.

Antibodies of or derived from ADT1-4-4 (for example fragments thereof, variants having one or more amino
acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of less than
about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50 nM.

Antibodies of or derived from ADT1-4-143 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50
nM (preferably less than about 10 nM). Such antibodies may alternatively or additionally have an IC50 for

TCR down regulation of less than about 1nM (preferably less than about 0.5 nM).

Antibodies of or derived from ADT1-4-53 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50
nM (preferably less than about 10 nM). Such antibodies may alternatively or additionally have an IC50 for

TCR down regulation of less than about 1nM (preferably less than about 0.5 nM).

Antibodies of or derived from ADT1-4-173 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50
n.

Antibodies of or derived from ADT1-4-2 (for example fragments thereof, variants having one or more amino
acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of less than
about 1 nM (preferably less than about 0.5 nM) and/or a Kp for cyno TRDV1 of less than about 10 nM
(preferably less than about 5 nM). Such antibodies may alternatively or additionally have an IC50 for TCR

down regulation of less than about 1nM (preferably less than about 0.5 nM).

Antibodies of or derived from ADT1-4-8 (for example fragments thereof, variants having one or more amino
acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of less than
about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50 nM.

Antibodies of or derived from ADT1-4-82 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Kp for cyno TRDV1 of less than about 50
nM.
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Antibodies of or derived from ADT1-4-83 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50
nM.

Antibodies of or derived from ADT1-4-3 (for example fragments thereof, variants having one or more amino
acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of less than
about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50 nM.

Antibodies of or derived from ADT1-4-84 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50
nM.

Antibodies of or derived from ADT1-4-86 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Ko for cyno TRDV1 of less than about 50
nM (preferably less than about 10 nM). Such antibodies may alternatively or additionally have an IC50 for

TCR down regulation of less than about 1nM (preferably less than about 0.5 nM).

Antibodies of or derived from ADT1-4-95 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM) and/or a Kp for cyno TRDV1 of less than about 50
nM.

Antibodies of or derived from ADT1-4-1 (for example fragments thereof, variants having one or more amino
acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of less than
about 1 nM (preferably less than about 0.5 nM) and/or a Kp for cyno TRDV1 of less than about 10 nM
(preferably less than about 1 nM). Such antibodies may alternatively or additionally have an IC50 for TCR
down regulation of less than about 1nM (preferably less than about 0.5 nM).

Antibodies of or derived from ADT1-4-6 (for example fragments thereof, variants having one or more amino
acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of less than
about 10 nM (preferably less than about 5 nM) and/or a Ko for cyno TRDV1 of less than about 10 nM
(preferably less than about 1 nM). Such antibodies may alternatively or additionally have an IC50 for TCR
down regulation of less than about 1 nM (preferably less than about 0.5 nM).

Antibodies of or derived from ADT1-4-138 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 100 nM (preferably less than about 50 nM) and/or a Kp for cyno TRDV1 of less than about
100 nM (preferably less than about 50 nM). Such antibodies may alternatively or additionally have an IC50
for TCR down regulation of less than about 50 nM (preferably less than about 10 nM).
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Pharmacological properties of antibodies comprising Fab regions of the ADT1-7 lineage

The pharmacological properties of the antibodies with respect to their binding (via the Fab region) to TRDV1
may fall within certain parameters. For example, antibodies of or derived from ADT1-7-10 (for example
fragments thereof, variants having one or more amino acid substitutions or having certain percent identity
thereto) may have a Kp for human TRDV1 of less than about 10 nM (preferably less than about 5 nM).

Antibodies of or derived from ADT1-7-15 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 5 nM).

Antibodies of or derived from ADT1-7-17 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 5 nM).

Antibodies of or derived from ADT1-7-18 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of
less than about 10 nM (preferably less than about 5 nM).

Antibodies of or derived from ADT1-7-19 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of
less than about 10 nM (preferably less than about 5 nM).

Antibodies of or derived from ADT1-7-20 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of
less than about 10 nM (preferably less than about 5 nM). Such antibodies may alternatively or additionally
have an IC50 for TCR down regulation of less than about 5 nM (preferably less than about 1 nM).

Antibodies of or derived from ADT1-7-22 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Ko for human TRDV1 of
less than about 10 nM (preferably less than about 5 nM).

Antibodies of or derived from ADT1-7-23 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 5 nM).

Antibodies of or derived from ADT1-7-42 (for example fragments thereof, variants having one or more

amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 5 nM).
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Antibodies of or derived from ADT1-7-3 (for example fragments thereof, variants having one or more amino
acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of less than
about 10 nM (preferably less than about 1 nM). Such antibodies may alternatively or additionally have an

IC50 for TCR down regulation of less than about 5 nM (preferably less than about 1 nM).

Antibodies of or derived from ADT1-7-61 (for example fragments thereof, variants having one or more
amino acid substitutions or having certain percent identity thereto) may have a Kp for human TRDV1 of
less than about 10 nM (preferably less than about 1 nM). Such antibodies may alternatively or additionally

have an IC50 for TCR down regulation of less than about 50 nM (preferably less than about 10 nM).

Other functional properties of the antibodies

The antibodies of the present invention have an advantageous functional profile. In particular, unlike anti-
V81 antibodies of the prior art which focus on depletion of V61 T-cells, the antibodies of the present
invention are useful for the activation of Vo1 T-cells. Although they may cause downregulation of the TCRs
on T-cells to which they bind, they do not cause V&1 T-cell depletion, but rather they stimulate the T-cells
and hence may be useful in therapeutic settings that would benefit from the activation of this compartment
of T-cells. Activation of V81 T-cells is evident through TCR downregulation, changes in activation markers
such as CD25 and Ki67 and degranulation marker CD107a. Activation of V81 T-cell in turn triggers release
of inflammatory cytokines such as INFy and TNFa to promote immune licencing. Surprisingly, antibodies
having suitably high affinity for TRDV1 elicit increased V1 T-cell killing and, unlike (for example) antibodies
that target CD3, the provision of high affinity antibodies is possible without adverse effects associated with
large-scale activation via CD3. In turn, the high affinity antibodies are able to induce strong
immunostimulatory effects via tumour-infiltrating lymphocytes (TILs). This can be achieved with minimal
exhaustion or killing of the V81 cells. Therefore, the antibodies of the present invention may be considered
agonistic antibodies.

In one embodiment of the invention, there is provided an anti-Vd1 antibody or antigen-binding fragment
thereof, characterised in that it:

a) causes downregulation of TCRs on V31 T-cells;

b) does not exhibit CDC or ADCC; and

¢) does not deplete Vo1 T-cells.

In some embodiments, the multispecific anti-Vd1 antibody or antigen-binding fragments also stimulate Vo1

T-cell proliferation.
In some embodiments, multispecific antibodies of this invention confer one or more of
(a) enhanced TCR downregulation effects;

(b) enhanced V61 T-cell profileration effects; and/or
(c) enhanced Vo1 T-cell activation effects
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upon V81 T-cells when said cells are in the presence of (mixed with, proximal to, or are adjacent to)

EGFR+ve cells such as EGFR+ cancer cells.

The multispecific antibodies or antigen-binding fragments thereof may further be defined as binding to
human TRDV1 (SEQ ID NOs 272 or 306) with a binding affinity (Ko, for example as measured by surface

plasmon resonance) of less than about 10 nM, preferably less than about 5 nM.

The multispecific antibodies or antigen-binding fragments thereof may further be defined as having the

advantageous Kp and/or IC50 values as discussed above.

T-cell depletion is the process of T cell death removal or reduction. References to the antibodies or antigen
binding fragments not depleting the V81 T cells refers to a depletion of less than about 30% or less than
about 20% (preferably less than about 10%) of the viable V81 T+ cell population when incubated by one or
more of the multispecific antibodies of the invention as described herein (for example when the antibodies
is provided as an IgG1 antibody), and as measured by any via suitable means in a controlled study (for
example via controlled flow cytometry methodology or via other established controlled assays such as
described in Figure 18 and Figure 29).

ADCC and CDC are mechanisms by which T-cell depletion may occur. Reference to the antibodies or
antigen binding fragments herein not causing ADCC or CDC refers to a depletion of less than about 30%
or less than about 20% (preferably less than about 10%) of the viable V&1 T+ cell population via ADCC
and/or CDC when incubated by one or more of the multispecific antibodies of the invention as described
herein (for example when the antibodies is provided as an IgG1 antibody), as measured by any via suitable
means (for example via controlled flow cytometry methodology or via other established controlled assays
such as described in Figure 18).

In one embodiment, there is provided an anti-Vd1 antibody or antigen-binding fragment thereof,
characterised in that it does not induce secretion of IL-17A. IL-17A (Interleukin-17A) is a pro-tumorigenic
cytokine which is produced by activated T-cells. IL-17A can enhance tumour growth and dampen the anti-
cancer immune response. As shown in Figure 40, anti-vd1 antibodies do not induce secretion of IL-17A
when added to a population of cells comprising human lymphocytes that include Vo1+ve cells, whereas
comparator anti-CD3 antibodies (such as OKT 3) do induce IL17A in such circumstances. Hence, reference
to the antibodies or antigen binding fragments herein not inducing secretion of IL-17A refers to inducing
less than about 30%, or less than about 20%, or less than about 10% of the IL-17A secretion induced by
comparator anti-CD3 antibodies in such circumstances (as typified by OKT 3; the anti-CD3 comparator
employed in Figure 63 G to I).

Antibody modifications

The antibodies and fragments thereof may be modified in other ways using known methods. Sequence
modifications to antibody molecules described herein can be readily incorporate by those skilled in the art.

The following examples are non-limiting.
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During antibody discovery and sequence recovery from phage libraries, desired antibody variable domains
may be re-formatted into full length IgG by sub-cloning. To accelerate the process, variable domains are
often transferred using restriction enzymes. These unique restriction sites may introduce
additional/alternate amino acids and away from the canonical sequence (such canonical sequences may
be found, for example, in the international ImMunoGeneTics [IMGT] information system, see

http://iwww.imgt.org). These may be introduced as kappa or lambda light chain sequence modifications.

Light chain modifications

The variable light chain variable sequences may be cloned using restriction sites (e.g. Nhe1-Not1) during
re-formatting into full length 1gG. More specifically, at the light chain N-terminus, an additional Ala-Ser
sequence was introduced in the parental (non-affinity matured) antibodies to support cloning. Preferably,
this additional AS sequence is then removed during further development such to generate the canonical N-
terminal sequence. Hence, in some embodiments, light chain containing antibodies described herein do
not contain an AS sequence at their N-termini, i.e. SEQ ID NOs: 26, 118, 282 to 290 or 313 do not comprise
the initial AS sequence. The N-termini of the light chain sequences of the affinity-matured antibodies
already do not comprise this AS motif.

Additional amino acid changes may be made to support cloning. For example, for the parental antibodies
described herein having kappa light chains (i.e. BO7, C05, E04, FO7, G086, G09, B09, G10, G04 and E07),
at the kappa light-chain variable-domain/constant domain border a valine-to-alanine change was introduced
to support cloning when preparing full-length sequences. This resulted in a kappa constant domain
modification. Specifically, this results in the constant domain beginning RTAAAPS (from a Notl restriction
site). Preferably, such sequences can be modified during further development to generate the canonical
kappa light-chain constant regions which start with RTVAAPS. Such modifications do not change the
functional properties of the antibodies. Hence, in some embodiments, kappa light chain containing
antibodies described herein contain a constant domain starting with the sequence RTV (for example as in
SEQ ID NO: 296).

As another example, for the antibodies described herein (specifically EO1 and CO08) at the lambda light-
chain variable-domain/constant domain border a lysine-to-alanine sequence change was introduced to
support cloning. This resulted in a lambda constant domain modification. Specifically, this results in the
constant domain beginning with GQPAAAPS (from a Notl restriction site). Preferably, this sequence can
be modified during further development such to generate the canonical lambda light constant region which
starts GQPKAAPS. Hence, in some embodiments, lambda light chain containing antibodies described
herein contain a constant domain starting with the sequence GQPK.

Heavy chain modifications

Typically, human variable heavy chain sequences start with either the basic glutamine (Q) or acidic
glutamate (E). However, both such sequences are then known to convert to the acidic amino acid residue,
pyro-glutamate (pE). The Q to pE conversion results in a charge change to the antibody, whilst an E to pE

conversion does not change the charge of the antibody. Hence to avoid a variable charge-change over
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time one option is to modify a starting heavy chain sequence from Q to E in the first instance. Hence, in
one embodiment, the heavy chain of antibody described herein having a Q residue at the N-terminus of the
heavy chain may contain a Q to E modification at the N-terminus. In particular, the initial residue of any of
SEQ ID NOs: 1, 106, 276 to 279 or 312 may be modified from Q to E. It will be understood that this
embodiment also applies to any embodiment incorporating these sequences, for example into full-length
multispecific antibodies or antigen-binding fragments thereof. In some embodiments, it may be
advantageous to substitute an E residue at the N-terminus of the heavy chain to an E residue. Accordingly,
in some embodiments, the E residue at the N-terminus of any one SEQ ID NOs: 2 to 25, 107 to 117, 273
to 275, 280 or 281 may be substituted with a Q residue.

Furthermore, the C-terminus of the IgG1 constant domain ends with PGK. However, the terminal basic
lysine (K, EU position 447) is then often cleaved during expression (e.g. in CHO cells). This in turn results
in charge change to the antibody through varied loss of the C-terminal lysine residue. Therefore, one option
is to remove the lysine in the first instance resulting in a uniform and consistent heavy chain C-terminus
sequence ending in PG. An alternative option is to also remove the terminal G (EU position 446). Hence,
in one embodiment, the heavy chain of an antibody described herein has the terminal K, or the terminal
GK, removed from its C-terminus.

In some embodiments, the antibody or antigen-binding fragment thereof contains a modified effector
function through alteration to the sugars linked to Asn 297 (EU numbering scheme). In a further said
modification, Asn 297 is not fucosylated or exhibits reduced fucosylation (i.e., a defucosylated antibody or
a non-fucosylated antibody). Fucosylation includes the addition of the sugar fucose to a molecule, for
example, the attachment of fucose to N-glycans, O-glycans and glycolipids. Accordingly, in a defucosylated
antibody, fucose is not attached to the carbohydrate chains of the constant region. The antibody may be
modified to prevent or inhibit fucosylation of the antibody. Typically, glycosylation modifications involve
expressing said antibody or antigen-binding fragment thereof in a host cell containing alternate
glycosylation processing capabilities either through targeted engineering or through targeted or
serendipitous host or clone selection (e.g. see Example 13). These and other effector modifications are
discussed further in recent reviews such as by Xinhua Wang et al. (2018) Protein & Cell 9: 63-73 and by
Pereira et al. (2018) mAbs 10(5): 693-711 and which are hereby incorporated.

Optional allotype modifications

During antibody discovery, specific human allotypes may be employed. Optionally, the antibodies can be
switched to differing human allotypes during development. By way of non-limiting example, for the kappa
chain there are three human allotypes designated Km1, Km1,2 and Km3 which define three Km alleles
(using allotype numbering): Km1 correlates with valine 153 (IMGT V45.1) and leucine 191 (IMGT L101);
Km1,2 correlates with alanine 153 (IMGT A45.1) and leucine 191 (IMGT L101); and Km3 correlates with
alanine 153 (IMGT A45.1) and valine 191 (IMGT V101). Optionally, one can therefore modify a sequence
from one allotype to another by standard cloning approaches. For example, aL191V (IMGT L101V) change
will convert a Km1,2 allotype to a Km3 allotype. For further reference on such allotypes see Jefferis and
Lefranc (2009) MAbs 1(4):332-8, which is herein incorporated by reference.
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Hence in one embodiment an antibody described herein contains amino acid substitutions derived from
another human allotype of the same gene. In a further embodiment, the antibody contains a L191V (IMGT

L101V) substitution to the kappa chain to convert the c-domain from a km1,2 to a km3 allotype.

Multispecific antibodies
The antibodies of the present invention are multispecific. They may be bispecificmultispecific. Multispecific

antibodies may be specific for different epitopes of one target polypeptide or may be specific for more than
one target polypeptide. Therefore, in one embodiment, the antibody or antigen-binding fragment thereof

comprises a first binding specificity for V81 and a second binding specificity for EGFR.

In particular, the present invention provides a new class of high-affinity antibodies that comprise multiple
antigen-binding sites (“multispecific antibodies”), including an antigen-binding site for TCR delta variable 1
(Vd1) and an antigen-binding site for EGFR.

The multispecific antibodies of the present invention are in the format known as "mAb?2 antibodies”or "mAb
squared antibodies", which are antibodies comprising an Fc region that has been engineered to contain
antigen-binding loops in its CH3 domain - this modified Fc region is termed an "Fcab". The mAb? antibody
further comprises a Fab region, comprising a VH-VL domain pair providing an antigen-binding site. mAb2

molecules of the present invention comprise a EGFR binding Fcab and an v61- binding Fab.

The TCEs of the present invention provide several advantages over the TCEs of the prior art. In particular,
the TCEs may overcome many of the challenges associated with TCEs of the prior art by targeting the T-
cell receptor complex via an entirely novel and discrete mechanism. Indeed, by specifically targeting (and
activating) the T-cell receptor complex solely via binding to an epitope on the TRDV1 domain, a number of
advantages are realized including:

e Engaging only a sub-set of T-cells rather than all T-cells (e.g. engagement of T-regs in a cancer
setting may be undesirable);

e« Engaging only a sub-set of T-cells (TRDV1+ T-cells) that are predominantly ‘tissue-resident’ and
whose presence often positively correlates with good prognosis in a cancer/tumour setting;

e Activating the T-cell receptor complex via TRDV1 engagement thereby affording more optionality
(e.g. increasing affinity of this binding domain, as in the antibodies of the present invention). For
example, by developing recombinant TCEs which engage a T-Cell Receptor complex solely via the
TRDV1 domain rather than via CD3, increased affinity may drive more favourable functionality. For
example, high-affinity TRDV1-binding TCEs may activate but not exhaust T-cells; and/or

e Engaging the TCE complex via said novel means and via recombinant TRDV1 binding domains
may result in less deleterious effects and so reduce the need to attenuate Fc functionality in said
TCE moieties. It would generally be expected that a TCE with unattenuated Fc function would
induce an antibody-dependent cell-mediated cytotoxicity (ADCC) effect and thereby deplete the
population of yd T-cells recognized by the antibody. However, and again, by attenuating such
functionality to avoid toxicity/safety complexities, one may alsc attenuate a potentially important
efficacy angles too e.g. by engaging CD16+ or CD32+ or CD64+ immune cells, or by reducing half-
life of the bispecific (e.g. if employing smaller bispecific antibody fragments such as BITES).
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Methods of reducing the interaction of the FcyR and the TCE (such as using an IgG format
designed to reduce said interaction) would be expected to reduce Fc-mediated immobilization of
the TCE and reduce TCR clustering by cross-linking with the immobilized TCE. Reducing the need
to attenuate Fc functionality in said TCE moieties then may afford additional optionality, for example
by allowing TRDV1 TCESs to engage TRDV1+ cells via one binding domain, engaging a second cell
type (such as a cancerous cell) by a second binding arm, and engaging other effector cells such
as CD16+ or CD32+ or CD64+ immune cells via a functioning Fc domain.

e Activate the vB1 TCR without depleting vd1+ T cells. The multispecific antibodies described herein
can therefore engage and activate the CD3/yd TCR complex and confer its downregulation and
loss of surface expression, without unwanted depletion of vd1 T cells (see Figure 29). This enables
the multispecific antibodies described herein to be employed as medicaments to treat a disease or
disorder such to ameliorate at least one sign or symptom of a disease or disorder through a

mechanism involving the activation of blood, tissue and tumour resident V81+ T cells.

Hence through the discoveries as described herein, the present inventors have generated a novel class of
recombinant TCEs. Specifically, the present inventors have discovered a new class of TCEs which engage
the T-cell receptor via a TRDV1 domain rather than other domains in said T-cell receptor signalling
complexes. More specifically the present inventors have discovered a new class of TCEs which engage
this complex via an activating epitope on TRDV1 and which may be bound at higher affinities without
potentially conferring some of the previously reported deleterious effects high-affinity T-cell receptor
complex engagement. Further this new class of TCEs may engage in such a way which may allow for wild-

type Fc functionality too, thereby affording additional efficacy potential too.

The multispecific antibodies of the invention may also display improved properties compared to equivalent
monospecific antibodies. For example, the multispecific antibodies of the invention may also display
improved properties compared to monospecific antibodies having the same antigen binding domains as
the component parts of the multispecific antibodies. In some embodiments, for example, the recombinant
multispecific antibody confers increased gamma delta T-cell mediated cytotoxicity towards a diseased cell
expressing the second epitope compared to the cytotoxicity conferred by an equivalent amount of said first
monospecific antibody. The multispecific antibodies of the invention may also display improved cytotoxicity

towards diseased cells whilst still sparing healthy cells.

In some embodiments the multispecific antibody is a human recombinant antibody encoded by a
recombinant nucleic acid open reading frame or frames expressed from a recombinant host cell. In some
embodiments the multispecific antibody is not a rodent or other non-human antibody derived from B-cell
fusion hybridoma technologies. In some embodiments the multispecific antibody does not comprise non-
human IgG constant domain sequence found only in non-human animal species, such as sequence found

in rodent-derived hybridomas.

In preferred embodiments, the multispecific antibodies (suitably bispecific antibodies) of the invention, do
not specifically bind (or directly interact with) CD3.
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References herein to an antigen being “on” a cell refer to antigens that are expressed on the cell surface

membrane or are associated with the (extracellular side of) the cell surface membrane of such cells.

The second target epitope is EGFR. EGFR (epidermal growth factor receptor) is a cancer-associated
antigen and is an example of a receptor tyrosine kinase, in the ErbB subfamily. EGFR is expressed in
multiple organs and plays an important role in initiating signaling that directs the behaviour of epithelial cells
and tumours of epithelial origin. EGFR-mediated signaling is also involved in controlling cell proliferation,
migration, survival, and metastasis by regulating diverse cellular pathways. As with other receptor tyrosine
kinases, mutations affecting EGFR activity or leading to EGFR upregulation are associated with many
cancers. In fact, genetic alterations in EGFR are observed in up to 30% of solid tumours and are typically
associated with poor prognosis. Disruption of EGFR signalling, by inhibiting binding of EGF to the
extracellular domain or by inhibiting the intracellular tyrosine kinase activity can limit EGFR-expressing
tumour growth. EGFR inhibitors can therefore be anti-cancer agents. Indeed, certain tumour cells are
dependent on EGFR signaling and thus possess an “Oncogene addiction”, which makes this receptor an
attractive target for therapy. Monoclonal antibodies that specifically bind to epitopes of EGFR are well
known in the art. For example, cetuximab is a monoclonal antibody which binds specifically to an epitope
of EGFR.

Healthy Cell Sparing

While the mechanisms by which yd T-cells recognize antigens and distinguish between healthy and
diseased cells are not fully understood (Ming Heng and Madalene Heng, Antigen Recognition by yo T-
Cells. Madame Curie Bioscience Database [Internet], Austin (TX): Landes Bioscience; 2000-2013), the fact
that yd T-cells are able to distinguish between healthy cells and diseased cells and exhibit remarkable
diseased cell polycytotoxicity (see non-limiting example cell types in Table 8) this means that they can be
leveraged to provide improved medicaments with improved therapeutic windows. Further, by leveraging
such yd T-cell capabilities, there is provided an opportunity to treat disease while sparing healthy cells, by
colocalizing yd T-cells with diseased cells even when a particular cancer antigen, inflammatory antigen, or
pathogen antigen is either not known, or is also present on healthy cells, in a particular patient.

Table 8. Example cancer cells killed by polycytotoxic human V& 1+ cells

Mahvi et al (1993) Cancer Imm. Immunother.
M-CSF7, T47D, MDA-MB-231 (1993) 37:181 - 186
Dutta | et al (2017). Front. Immunol. 8:776

Ferrarini et al (1996) Jn of Nat. Cancer Inst.,
GLC1, N592

Volume 88 (7) pp 436-441

Maeurer et al (1996) JEM 183 (4) 1681-1696

panc89, QGP-1, PANC-1
Kitayama 1993 Clin Exp Imm 93 (3) 442-7
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Wu, et al. (2015), Oncolmmunology, 4:3, €992749
Mikulak, et al (2019) JCI Insight. 4(24):e125884
Groh et al (1999) PNAS 96 (12) 6879-6884

HT29, HCT116, Y, SKCO1, Caco2, HCT116,
Lovo, DLD-1, SW480

LAN1, KELLY

HepG2 Groh et al (1999) PNAS 96 (12) 6879-6884 ‘

_'D\/'1‘45“,'|56‘-'3“": _érohéialdéég) PNAS 96 (12) 6879-6884

Mult M

_ARH??,”Uz‘ss - _Khight et al (2012) Cytotherapy, 14:9, 1110-1118,

A

"KG-1, KASUMI-1, OCIAML3, U937, HL6O,
Lorenzo et al (2019) Canc Imm Res 7 (4)
MV4 11, AML193, HEL, THP-1

"MEC-1 Almeida et al (2016) Clin Can Res 22 (23)

By way of one non-limiting example, recent studies with CD3XEGFR multispecifics highlight the challenges
of current or conventional approaches. Specifically, use of such conventional approaches can result in less
favorable toxicity profiles. This is because like many other tumour associated antigens (TAAs), the EGFR
antigen is not only expressed in cancers such as breast cancer, colorectal cancer, and head and neck
cancer, but is also expressed on healthy tissues such as epithelial cells. Hence use of CD3XEGFR
medicaments which engage and co-localize all T-cells with EGFR positive cells can result in less favorable
therapy windows or therapeutic indices. This is because such medicaments will engage all T-cells of which
the vast majority in circulation will be ap T-cells (CD4+ positive, CD8+ positive etc.). And once ap T-cells
are co-localized with EGFR positive cells, such conventional af T-cells exhibit limited capabilities to spare
EGFR+ healthy cells and limited capabilities to kill only diseased EGFR+ diseased cells. These hurdles are
further highlighted in example toxicology studies in (male only) cynomolgus monkeys. In studies by
Lutterbuese et al 2010 (doi: 10.1073/pnas.1000976107), small BITE® formatted CD3XEGFR bispecifics
were employed. And because these molecules exhibit reduced half-lives / systemic exposure profiles
relative to larger antibody-based molecules (which are >70Kda)) one might anticipate such moieties to be
relatively well tolerated. However even at modest “higher” doses by continuous i.v. infusion of 31 and 154
ug/kg/day, severe signs of toxicity were observed within 56 h after the start of infusion. This led to

termination of animals for welfare reasons. Histopathological analysis of the dosed animals showed signs
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of liver and kidney toxicity, which may be a result of redirected lysis of cells expressing low levels of EGFR
in these organs. Additionally, animals in both high-dose groups showed increased levels of inflammatory
cytokines in serum (i.e., TNF-q, IFN-y, IL-6, IL-5, and IL-2), as presumably released by T cells encountering
EGFR-positive cells. Histopathological changes including lymphocyte infiltration and cell death were noted
in all tissues known to express EGFR, i.e., salivary glands, liver, stomach, small intestine, colon, rectum,

kidneys, adrenal glands, ureter, urinary bladder, prostate, and epididymides.

Hence instead of employing such conventional approaches, provided herein are multispecific antibodies
wherein at least one first binding domain is able to specifically bind V&1+ cells and at least one second
binding domain is able to specifically bind to EGFR, a target present on diseased tissues and cells. The
use of such multispecific antibodies in this way may thereby result in the co-localization of V&1+ cells to
diseased cells expressing the second target. Further, and given such disease associated targets are not
often 100% disease specific, this approach of targeting and co-localizing V&1+ effector cells specifically,
may be more preferred over conventional approaches. This is because Vo1+ effector cells may be capable
of recognizing stress patterns in diseased or infected cells and so able to selectively kill diseased cells

whilst sparing healthy cells also expressing the same target.

The multispecific antibodies presented herein are therefore able to engage on the TCR of vd1 cells but full
activation does not occur unless tumour cells are also present. Full engagement of the presently presented
antibodies on the TCR leads to partial downregulation and it is believed the v&1 cells bound by the presently
presented antibodies only become fully activated and become cytotoxic when in the presence of stressed
cells such as tumour cells. This is shown, for example, in Example 18 and Figure 40Figure ). This represents
another vital safety advantage for the approach presented herein, since off target cytotoxicity is reduced
and the full potency of the multispecific antibodies to activate vo1 cells is only unleashed in the presence

of tumour cells, meaning healthy cells (even healthy cells expressing EGFR) are spared.

One mechanism behind y& T cells being able to detect stress signals on tumour cells is believed to be due
to the NCRs (natural cytotoxicity receptors) they express. The NCRs are able to engage NCR ligands on
tumour cells. A dual mechanism of activation may therefore be employed, wherein the y& T cells are
activated via TCR stimulation, including via NCRs, which can sense the tumour cells to enable full activation

and cytotoxicity.

This contrasts with stimulation of aR T cells via CD3, for example, wherein all stimulation is via the TCR.
Such cells are therefore almost indiscriminate between healthy or transformed cells because they do not
have mechanisms such as antigen presentation independent sensing of tumour cells, for example via
NCRs. Therefore, if CD3 antibodies are Fc enabled they will attract other immune cells which can trigger a
cascade of unpredictable and desirable events such as cytokine storms, exhaustion and even
overactivation of immune cells leading to, for example, NK cells Killing T cells etc. In the present approach,
stimulation of y& T cells with the presently presented multispecific antibodies do not lead to such concerns
because y& T cells) are able to distinguish between healthy cells and tumour cells, including via their NCR
sensing mechanism and therefore selectively kill stressed cells such as cancer cells or virally infected cells
due to this diseased cell specificity.
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The second target epitope may be on a different cell including a different T-cell, a B-cell, a tumour cell, an

autoimmune tissue cell or a virally infected cell.

Various antibody-derived multispecific formats have been described previously and are typically built
empirically from the component binding parts. Typically, once constructed, the performance of such
multispecific or multi-target binding formats as described herein may be measured in one or more of the
aforementioned model systems (cell killing, cell proliferation, healthy cell sparing/diseased cell specific

models etc). Optionally they are also compared to said component parts and other comparator molecules.

Whilst not being limited by this approach, in general when constructing antibodies as multispecific
antibodies of this invention, the binding domain modules to each target (first and second) are built from Fab
and Fcab binding modules which are combined into full length antibodies. Modification and generation of
multispecific antibodies and desired Fab and Fcab binding domains can be undertaken by routine molecular
biology methodology well known in the art. By way of none-limiting examples, oligonucleotide-based
approaches with or without aid of PCR amplification can be employed to build synthetic DNA sequences
encoding a desired CH3 domain and/or other elements of the desired bispecific antibody. Optionally these
can then be correctly cloned into an open reading frame (ORF) encoding the starting antibody heavy chain
(such as one described herein) via restriction enzyme based sub-cloning methodologies such to replace
the starting CH3 sequence with the desired modified CH3 sequence. Reciprocally, one can employ
oligonucleotide-based approaches with or without aid of PCR amplification to generate DNA ORF elements
designed to encode the desired VH region (such as one described herein) and then sub-clone or switch
this into a pre-existing heavy chain ORF cassette already expressing the desired CH3 domain encoding
region. Alternatively, larger elements or indeed the entire antibody heavy chain encoding ORF can be built
de-novo from a starting in-silico sequence with oligonucleotide and/or PCR methodologies to generate the
entire final ORF encoding a preferred full-length heavy chain comprising a VH binding arm and modified
CHB3 domain of the multispecific antibody such as described herein. This can then be expressed, recovered
and purified in combination with a preferred cognate kappa light chain such as that described herein in
order to generate a final purified, multispecific antibody which binds the TRDV1 doemain of human V61 TCR
and is operatively linked to a modified CH3 binding domains which bind human EGFR.

Remarkably, multispecific antibodies comprising at least one (first) binding domain targeting the V31 chain
of a y& TCR as described herein are further enhanced when said first binding domain is formatted with a

multispecific antibody format comprising at least one second binding domain against EGFR.

Multispecific antibodies - non-limiting examples:

To outline the applicability of the approach a series of non-limiting example multispecific antibodies were

constructed. These multispecific antibodies comprised at least one (first) binding domain targeting the V&1

chain of a yd TCR and at least one (second) binding domain targeting EGFR:
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V6 1-EGFR multispecific antibody (LEE)

In this aspect of the invention, a multispecific antibody is provided comprising a Fab region and an Fc
region, wherein the Fab region comprises a binding site specific for an epitope of the variable delta 1 (V1)
chain of a yd T cell receptor (TCR); and the Fc region comprises an EGFR binding site. The Fab region
specifically comprises a VH and cognate VL domain. The Fc region comprises a binding domain within a

heavy chain constant domain (CH1-CH2-CH3), specifically a CH3 domain.

SEQID NO: | Description

389 ADT1-4-2 X LEE (LAGA)

391 EGFR (LEE) Binding Module CH1-CH2-CH3 (LAGA)
392 EGFR (LEE) Binding Module CH1-CH2-CH3 (IgG1 wt)
400 ADT1-4-2 x LEE (wt)

432 ADT1-4-2 HC (LAGA) EGFR LEE

436 ADT1-4-2 HC (wt) EGFR LEE

562 EGFR LEE CH3 Binding Module

EGFR LEE AB substitutions

523 residues 359 to 362 (EU numbering)
EGFR LEE CD substitutions
o1 residues 384 to 386 (EU numbering)
EGFR LEE EF substitutions
>12 residues 413 to 419 (EU numbering)
54 EGFR LEE AB Loop
residues 355 to 362 (EU numbering)
514 EGFR LEE CD Loop
residues 383 to 391 (EU numbering)
515 EGFR LEE EF Loop
residues 413 to 422 (EU numbering)
563 IgG1 wt CH3 (residues 341 to 446 (EU numbering)

In this aspect the EGFR binding site may be provided by an 1IgG1 CH3 domain in which residues 359 to
362 (EU numbering) comprise EEGP (SEQ ID NO: 523), residues 384 to 386 (EU numbering) comprise
TYG (SEQ ID NO:511), and residues 413 to 419 (EU numbering) comprise SYWRWYK (SEQ ID NO: 512).

In this aspect residues 355 to 362 (EU numbering) form an AB loop comprising RDELEEGP (SEQ ID NO:
524), residues 383 to 391 (EU numbering) form an CD loop comprising STYGPENNY (SEQ ID NO: 514)
and residues 413 to 422 (EU numbering) form an EF loop comprising SYWRWYKGNYV (SEQ ID NO: 515).

In this aspect, the IgG1 CH3 domain may comprise the following mutations (EU numbering). In the AB loop
the following mutations may be present: T359E.K360E.N361G.Q362P. In the CD loop the following
mutations may be present: N384T.G385Y.Q386G. In the EF loop the following mutations may be present:

D413S.K414Y.S415W.Q418Y.Q419K.
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In this aspect the amino acid sequence of the CH3 domain may be at least 90% identical to, or at least 95%
identical to, or 100% identical to SEQ ID NO: 562.

In this aspect, the heavy chain constant domain may comprise SEQ ID NO: 391 or SEQ ID NO: 392.

In this aspect, the multispecific antibody may comprise SEQ ID NO: 389; or SEQ ID NO: 414 and SEQ ID
NO: 432. In this aspect, the multispecific antibody may comprise SEQ ID NO: 400; or SEQ ID NO: 414 and
SEQ ID NO: 436.

In this aspect the Fab region may be any of the Fab regions described herein (see Table 9, for example).
Specifically, the Fab region of this aspect may comprise a VHCDR1, a VHCDR2 and a VHCDR3 comprising
the amino acid sequences of SEQ ID NO: 51, 53 and 68, respectively, and a VLCDR1, a VLCDR2 and a
VLCDR3 comprising the amino acid sequences of SEQ ID NOs: 79, 80 and 95, respectively. The Fab
region of this aspect may comprise a VH comprising SEQ ID NO: 15 and a VL comprising SEQ ID NO: 40.

In one embodiment of this aspect, the multispecific antibody comprises a Fab region comprising a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino acid
sequence of SEQ ID NO: 40; and an Fc region comprising a CH3 domain comprising the amino acid
sequence of SEQ ID NO: 562. In some embodiments, the multispecific antibodies of the invention may
comprise an additional lysine (K) resisdue at the immediate C-terminus of the CH3 domain sequence (K447,
EU numbering). In some embodiments, the multispecific antibodies of the invention may have the terminal
glycine (G) residue at the immediate C-terminus of the CH3 domain sequence removed (G446, EU

numbering).
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Table 9. LEE — Example multispecific vO1-EGFR _human IgG1 antibodies having the CDRs of antibodies
derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab Region Fc Region
VH VL c::\;?i:’;s cgr?u;:i(;zs cg:nl)?it;’;s
Derived
from CDR1 | CDR2 | CDR3 C?R CZR ch
Antibody
Parental 51 53 54 79 | 80 | 81
ADT1-4
ADT1-4-105 | 51 53 55 79 | 80 | 82
ADT14-107 | 51 53 56 79 | 80 | 83
ADT1-4-110 | 51 53 57 79 | 80 | 84
ADT1-4-112 | 51 53 58 79 | 80 | 85
ADT14-117 | 51 53 59 79 | 80 | 86
ADT1-4-19 | 51 53 60 79 | 80 | 87
ADT1-421 | 52 53 61 79 | 80 | 88
ADT1-4-31 51 53 62 79 | 80 | 89
ADT1-4-139 | 51 53 63 79 | 80 | 90
ADT1-4-4 51 53 64 79 | 80 | 9
ADT1-4-143 | 51 53 65 79 | 80 | 92
ADT1-453 | 52 53 66 79 | 80 | 93
ADT1-4-173 | 51 53 67 79 | 80 | 94
ADT1-4-2 51 53 63 79 | 80 | 95
ADT1-4-8 51 53 69 79 [ 80 [ 9 | o .o | Residues |
ADT1-4-82 | 51 53 70 79 | 80 | 97 0 362 (EU 38410386 | Residues 41310
ADT1-4-83 | 51 53 71 79 | 80 | 98 numbering) nunfEe‘-’ring) ) :;ie(ﬁ:g)
ADT1-4-3 51 53 72 79 | 80 | 99 C(En;rérge comprise comprise
ADT1-4-84 | 51 53 73 79 | 80 | 100 TYG SYWRWYK
ADT1-4-86 | 52 53 74 79 | 80 | 101 .
ADT1-495 | 51 53 75 79 | 80 | 102 SEQslzzNo' ,32%2? SEQIDNO: 512
ADT1-4-1 51 53 76 79 | 80 | 103
ADT1-4-6 51 53 77 79 | 80 | 104
ADT1-4-138 | 51 53 78 79 | 80 | 105
T;_':?' 130 | 131 | 132 | 144 | 145 | 148
ADT1-740 | 130 | 131 | 133 | 144 | 145 | 147
ADT1-7415 | 130 | 131 | 134 | 144 | 145 | 148
ADT1-7417 | 130 | 131 | 135 | 144 | 145 | 149
ADT1-7418 | 130 | 131 | 136 | 144 | 145 | 150
ADT1-7-19 | 130 | 131 | 137 | 144 | 145 | 151
ADT1-720 | 130 | 131 | 138 | 144 | 145 | 152
ADT1-722 | 130 | 131 | 139 | 144 | 145 | 153
ADT1-7-23 | 130 | 131 | 140 | 144 | 145 | 154
ADT1-742 | 130 | 131 | 141 | 144 | 145 | 155
ADT1-7-3 | 130 | 131 | 142 | 144 | 145 | 156
ADT1-7-81 | 130 | 131 | 143 | 144 | 145 | 157
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The present disclosure explicitly includes an antibody having the sequences of each row of the above table.
For example, the present disclosure includes a multispecific antibody comprising a Fab region and an Fc
region wherein the Fab region comprises a binding site specific for an epitope of the variable delta 1 (V&1)
chain of a y0 T cell receptor (TCR), wherein the Fab region comprises a VHCDR1 comprising the sequence
of SEQ ID NO: 51, a VHCDR2 comprising the sequence of SEQ ID NO: 53, a VHCDR3 comprising the
sequence of SEQ ID NO: 68, a VLCDR1 comprising the sequence of SEQ ID NO: 79, a VLCDR2 comprising
the sequence of SEQ ID NO: 80 and a VLCDR3 comprising the sequence of SEQ ID NO: 95; and the Fc¢
region comprises an EGFR binding site, wherein the EGFR binding site is provided by a CH3 domain in
which residues 359 to 362 (EU numbering) comprise SEQ ID NO: 523, residues 384 to 386 (EU numbering)
comprise SEQ ID NO:511 and residues 413 to 419 (EU numbering) comprise SEQ ID NO: 512. Every row
of the above table is disclosed in the same manner. Such antibodies are human IgG1 antibodies.
Therefore, the human IgG1 antibodies may comprise a CH3 domain comprising the sequence of SEQ ID
NO: 562.

Table 10. LEE - Example multispecific v01-EGFR _human 1gG1 antibodies having the variable regions of
antibodies derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab Region Fc Region
Derived from AB loop CD loop EF loop
Antibody VH | VL comprises comprises | comprises
Parental
ADT1-4 ! %
ADT1-4-105 2 27
ADT1-4-107 3 28
ADT1-4-110 4 29
ADT1-4-112 5 30
ADT1-4-117 6 31
ADT1-419 7 32
ADT1-4-21 8 33
ADT1-4-31 9 34

Residues Residues
ADT1-4-139 | 10 | 35

Residues 359 1o | 38410386 | 413t0419
ADT1-4-4 11 | 36 362 (EU (EU (EU
ADT1-4-143 | 12 | 37 numbering) nzg‘ﬂ?s:gs) nzglﬂ?g;ﬁs)
ADT1-4-53 | 13 | 38 i

comprise EEGP VG SYWRWYK
ADT1-4-173 | 14 | 39
ADT1-4-2 15 | 40 | SEQIDNO:523 | 0\ SEQ ID
ADT1-4-8 16 | 41 NO:511 NO: 512
ADT1-4-82 | 17 | 42
ADT1-4-83 | 18 | 43
ADT1-4-3 19 | 44
ADT1-4-84 | 20 | 45
ADT1-4-86 | 21 | 46
ADT1-4-95 | 22 | 47
ADT1-4-1 23 | 48
ADT1-4-6 24 | 49

ADT1-4-138 25 50
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Parental

ADT1-7 106 | 118
ADT1-7-10 | 107 | 119
ADT1-7-15 | 108 | 120
ADT1-717 | 109 | 121
ADT1-7-18 | 110 | 122
ADT1-7-19 | 111 | 123
ADT1-7-20 | 112 | 124
ADT1-7-22 | 113 | 125
ADT1-7-23 | 114 | 126
ADT1-742 | 115 | 127
ADT1-7-3 116 | 128
ADT1-7-61 117 | 129
cos 273 | 282
B07 274 | 283
Co05 275 | 284
E04 276 | 285
Fo7 277 | 286
G06 278 | 287
G09 279 | 288
B09 280 | 289
G10 281 | 290
E01 312 | 313

The present disclosure explicitly includes an antibody having the sequences of each row of the above table.
For example, the present disclosure includes a multispecific antibody comprising a Fab region and an Fc
region wherein the Fab region comprises a binding site specific for an epitope of the variable delta 1 (Vd1)
chain of a y8 T cell receptor (TCR), wherein the Fab region comprises a VVH region comprising the sequence
of SEQ ID NO: 15 and a VL region comprising the SEQUENCE of SEQ ID NO: 40; and the Fc region
comprises an EGFR binding site, wherein the EGFR binding site is provided by a CH3 domain in which
residues 359 to 362 (EU numbering) comprise SEQ ID NO: 523, residues 384 to 386 (EU numbering)
comprise SEQ ID NO:511 and residues 413 to 419 (EU numbering) comprise SEQ ID NO: 512. Every row
of the above table is disclosed in the same manner. Such antibodies are human IgG1 antibodies.

Therefore, the human IgG1 antibodies may comprise a CH3 domain comprising the sequence of SEQ ID

NO: 562.
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V6 1-EGFR multispecific antibody (LEE1)

In this aspect of the invention, a multispecific antibody is provided comprising a Fab region and an Fc
region, wherein the Fab region comprises a binding site specific for an epitope of the variable delta 1 (V1)
chain of a yd T cell receptor (TCR); and the Fc region comprises an EGFR binding site. The Fab region
specifically comprises a VH and cognate VL domain. The Fc region comprises a binding domain within a

heavy chain constant domain (CH1-CH2-CH3), specifically a CH3 domain.

SEQID NO: | Description

504 ADT1-4-2 x LEE1 (LAGA)

505 ADT1-4-2 x LEE1 (wt)

506 ADT1-4-2 HC EGFR LEE1 (LAGA)

507 ADT1-4-2 HC EGFR LEE1 (wt)

508 EGFR LEE1 Binding Module CH1-CH2-CH3 (LAGA)
509 EGFR LEE1 Binding Module CH1-CH2-CH3 (wt)
510 EGFR LEE1 CH3 Binding Module

EGFR LEE1 CD substitutions

o1 residues 384 to 386 (EU numbering)
EGFR LEE1 EF substitutions

°12 residues 413 to 419 (EU numbering)
EGFR LEE1 AB Loop (WT)

>13 residues 355 to 362 (EU numbering)
EGFR LEE1 CD Loop

o1 residues 383 to 391 (EU numbering)

515 EGFR LEE1 EF Loop

residues 413 to 422 (EU numbering)

In this aspect the EGFR binding site may be provided by an IgG1 CH3 domain in which residues 384 to
386 (EU numbering) comprise TYG (SEQ ID NO: 511, and residues 413 to 419 (EU numbering) comprise
SYWRWYK (SEQ ID NO: 512).

In this aspect residues 355 to 362 (EU numbering) form an AB loop comprising RDELTKNQ (SEQ ID NO:
513, residues 383 to 391 (EU numbering) form an CD loop comprising STYGPENNY (SEQ ID NO: 514)
and residues 413 to 422 (EU numbering) form an EF loop comprising SYWRWYKGNV (SEQ ID NO: 515).

In this aspect, the IgG1 CH3 domain may comprise the following mutations (EU numbering). The AB loop
may be wildtype (no mutations present). In the CD loop the following mutations may be present:
N384T.G385Y.Q386G. In the EF loop the following mutatons may be present:
D413S.K414Y.8415W.Q418Y.Q419K.

In this aspect the aminec acid sequence of the CH3 domain may be at least 90% identical to, or at least 95%
identical to, or 100% identical to SEQ ID NO: 510.
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In this aspect, the heavy chain constant domain may comprise SEQ ID NO: 508 or SEQ ID NO: 509.

In this aspect, the multispecific antibody may comprise SEQ ID NO: 504; or SEQ ID NO: 414 and SEQ ID
NO: 506. In this aspect, the multispecific antibody may comprise SEQ ID NO: 505; or SEQ ID NO: 414 and
SEQ ID NO: 507.

In this aspect the Fab region may be any of the Fab regions described herein (see Table 11, for example).
Specifically, the Fab region of this aspect may comprise a VHCDR1, a VHCDR2 and a VHCDR3 comprising
the amino acid sequences of SEQ ID NO: 51, 53 and 68, respectively, and a VLCDR1, a VLCDR2 and a
VLCDR3 comprising the amino acid sequences of SEQ ID NOs: 79, 80 and 95, respectively. The Fab
region of this aspect may comprise a VH comprising SEQ ID NO: 15 and a VL comprising SEQ ID NO: 40.

In one embodiment of this aspect, the multispecific antibody comprises a Fab region comprising a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino acid
sequence of SEQ ID NO: 40; and an Fc region comprising a CH3 domain comprising the amino acid
sequence of SEQ ID NO: 510. In some embodiments, the multispecific antibodies of the invention may
comprise an additional lysine (K) residue at the immediate C-terminus of the CH3 domain sequence (K447,
EU numbering). In some embodiments, the multispecific antibodies of the invention may have the terminal
glycine (G) residue at the immediate C-terminus of the CH3 domain sequence removed (G446, EU

numbering).
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Table 11. LEE1 - — Example multispecific v61-EGFR human IqG1 antibodies having the CDRs of antibodies

derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab Region Fc Region
VH VL
Derived AB loop CD loop EF loop
from CDR1 | CDR2 | CDR3 | CDR1 | CDR2 | CDR3
Antibody
Parental 51 53 54 79 80 81
ADT1-4
ADT1-4-
105 51 53 55 79 80 82
ADT1-4-
107 51 53 56 79 80 83
ADT1-4- 51 53 57 79 80 84
110
ADT1-4- 51 53 58 79 80 85
112
ADT1-4- 51 53 59 79 80 86
17
ADE 4 51 53 60 79 80 87
AD:: 4 52 53 61 79 80 88
AD:: 4 51 53 62 79 80 89
AD11;19'4' 51 53 63 79 80 90
ADT14-4 | 51 53 64 79 80 g | Residues335to
ADTId 362 (EU eSIQUSS | Desidues 413
s 51 53 65 79 80 92 numbering) 384(‘E°U386 to 419 (EU
e ) numbering)
AD;; 4 52 53 66 79 80 93 comprise numbering) comprise
ADT1-4- Corﬁgse SYWRWYK
173 51 53 67 79 80 94 RDELTKNQ
SEQ ID NO:
ADT1-4-2 51 53 68 79 80 95 SEQ ID 512
SEQ ID NO: NO:511
ADT1-4-8 51 53 69 79 80 96 513 .
ADT1-4- 51 53 70 79 80 97
82
ADT1-4- 51 53 71 79 80 98
83
ADT1-4-3 51 53 72 79 80 99
ADT1-4- 51 53 73 79 80 100
84
AD: ; 4 52 53 74 79 80 101
ADT1-4- 51 53 75 79 80 102
95
ADT1-4-1 51 53 76 79 80 103
ADT1-4-6 51 53 77 79 80 104
ADT1-4-
138 51 53 78 79 80 105
Parental
ADT1.7 130 131 132 144 145 146
ADEJ' 130 131 133 144 145 147
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ADI; -7- 130 131 134 144 145 148
AD;I';-?- 130 131 135 144 145 149
AD;I'; -7- 130 131 136 144 145 150
AD;I';-?- 130 131 137 144 145 151
AD:; T g3 | 3 138 | 144 | 145 | 152
AD;';-T- 130 131 139 144 145 | 153
AD;’;J- 130 131 140 144 145 154
ADI;-?- 130 131 141 144 145 | 155
ADT1-7-3 | 130 131 142 144 145 156
AD;’: -7- 130 131 143 144 145 157

Table 12. LEE1 — Example multispecific vd1-EGFR human 1gG1 antibodies having the CDRs of antibodies
derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab Region Fc Region
Di::/t?:of;;m VH VL AB loop CD loop EF loop
o || =
ADT1-4-105 2 27
ADT14-107 3 28
ADT1-4-110 4 29
ADT1-4-112 5 30
ADT1-4-117 6 31
ADT1-4-19 7 32
ADT1-4-21 8 33
ADT1-4-31 | 9 | 34 | Residues 355 to 362
ADT1-4-139 10 35 (EU numbering)
ADT1-4-4 11 36 Residues .384 to 38§ (EU Residues 413 'Fo 419
ADT14.143 r - comprise numben:%)(:omprlse coﬁﬁ?gﬁgg&w
ADT1-4-53 13 38 RDELTKNQ
ADT1-4-173 14 39 SEQ ID NO:511 SEQ ID NO: 512
ADT1-4-2 15 | 40 SEQID NO: 513

ADT1-4-8 16 41
ADT1-4-82 17 42
ADT1-4-83 18 43
ADT14-3 19 44
ADT1-4-84 20 45
ADT1-4-86 21 46
ADT1-4-95 22 47
ADT1-4-1 23 48
ADT1-4-6 24 49
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ADT14-138 | 25 | 50
':\a;?r':;' 106 | 118
ADT1-710 | 107 | 119
ADT1-715 | 108 | 120
ADT1-717 | 109 | 121
ADT1-7-18 | 110 | 122
ADT1-719 | 111 | 123
ADT1-7-20 | 112 | 124
ADT1-7-22 | 113 | 125
ADT1-7-23 | 114 | 126
ADT1-742 | 115 | 127
ADT1-7-3 | 116 | 128
ADT1761 | 117 | 129
cos 273 | 282
B07 274 | 283
cos 275 | 284
E04 276 | 285
Fo7 277 | 286
GO6 278 | 287
G09 279 | 288
B09 280 | 289
G10 281 | 290
Eo1 312 | 313
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V6 1-EGFR multispecific antibody (LEE2)

In this aspect of the invention, a multispecific antibody is provided comprising a Fab region and an Fc

region, wherein the Fab region comprises a binding site specific for an epitope of the variable delta 1 (V1)
chain of a y® T cell receptor (TCR); and the Fc region comprises an EGFR binding site. The Fab region
specifically comprises a VH and cognate VL domain. The Fc region comprises a binding domain within a

heavy chain constant domain (CH1-CH2-CH3), specifically a CH3 domain.

SEQID NO: | Description

516 ADT1-4-2 x LEE2 (LAGA)
517 ADT1-4-2 x LEE2 (wt)
518 ADT1-4-2 HC EGFR LEE2 (LAGA)
519 ADT1-4-2 HC EGFR LEE2 (wt)
520 EGFR LEEZ2 Binding Module CH1-CH2-CH3 (LAGA)
521 EGFR LEE2 Binding Module CH1-CH2-CH3 (wt)
522 EGFR LEE2 CH3 Binding Module
EGFR LEE2 AB substitutions
523 residues 359 to 362 (EU numbering)
51 EGFR LEE2 EF substitutions
residues 413 to 419 (EU numbering)
504 EGFR LEE2 AB Loop
residues 355 to 362 (EU numbering)
505 EGFR LEE2 CD Loop (WT)
residues 383 to 391 (EU numbering)
515 EGFR LEE2 EF Loop

residues 413 to 422 (EU numbering)

In this aspect the EGFR binding site may be provided by an IgG1 CH3 domain in which residues 359 to
362 (EU numbering) comprise EEGP (SEQ ID NO: 523), and residues 413 to 419 (EU numbering) comprise
SYWRWYK (SEQ ID NO: 512).

In this aspect residues 355 to 362 (EU numbering) form an AB loop comprising RDELEEGP (SEQ ID NO:
524), residues 383 to 391 (EU numbering) form an CD loop comprising SNGQPENNY (SEQ ID NO: 525)
and residues 413 to 422 (EU numbering) form an EF loop comprising SYWRWYKGNV (SEQ ID NO: 515).

In this aspect, the IgG1 CH3 domain may comprise the following mutations (EU numbering). In the AB loop
the following mutations may be present: T359E.K360E.N361G.Q362P. The CD loop may be wildtype (no
mutations  present). In the EF loop the following mutatons may be present:
D413S.K414Y.S415W.Q418Y.Q419K.

In this aspect the aminec acid sequence of the CH3 domain may be at least 90% identical to, or at least 95%
identical to, or 100% identical to SEQ ID NO: 522.
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In this aspect, the heavy chain constant domain may comprise SEQ ID NO: 520 or SEQ ID NO: 521. In this
aspect, the multispecific antibody may comprise SEQ ID NO: 516; or SEQ ID NO: 414 and SEQ ID NO:
518. In this aspect, the multispecific antibody may comprise SEQ ID NO: 517; or SEQ ID NO: 414 and SEQ
ID NO: 519.

In this aspect the Fab region may be any of the Fab regions described herein (see Table 13, for example).
Specifically, the Fab region of this aspect may comprise a VHCDR1, a VHCDR2 and a VHCDR3 comprising
the amino acid sequences of SEQ ID NO: 51, 53 and 68, respectively, and a VLCDR1, a VLCDR2 and a
VLCDR3 comprising the amino acid sequences of SEQ ID NOs: 79, 80 and 95, respectively. The Fab
region of this aspect may comprise a VH comprising SEQ ID NO: 15 and a VL comprising SEQ ID NO: 40.

In one embodiment of this aspect, the multispecific antibody comprises a Fab region comprising a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino acid
sequence of SEQ ID NO: 40; and an Fc region comprising a CH3 domain comprising the amino acid
sequence of SEQ ID NO: 522. In some embodiments, the multispecific antibodies of the invention may
comprise an additional lysine (K) residue at the immediate C-terminus of the CH3 domain sequence (K447,
EU numbering) . In some embodiments, the multispecific antibodies of the invention may have the terminal
glycine (G) residue at the immediate C-terminus of the CH3 domain sequence removed (G446, EU

numbering).

176



WO 2022/175414

PCT/EP2022/054011

Table 13. LEE2 - Example multispecific v&1-EGFR human IgG1 antibodies having the CDRs of antibodies

derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab Region Fc Region
VH VL
Derived AB loop CD loop EF loop
from | -br1 | cDR2 | cDR3 | cDR1 | CDR2 | CDR3
Antibod
y
Parenta
|ADT1- | 51 53 54 79 80 81
4
ADT1-4-
105 51 53 55 79 80 82
ADT1-4-
107 51 53 56 79 80 83
ADT1-4-| o, 53 57 79 80 84
110
ADT1-4-1 53 58 79 80 85
112
ADT1-4-
117 51 53 59 79 80 86
ADE Y 53 60 79 80 87
ADT1-4-1 5y 53 61 79 80 88 _
21 Wildtype
ADT1-4-1 g 53 62 79 80 89 _ Residues
31 residues 383 413 to
ADT1-4-| 53 63 79 80 % Residues | t0391(EU | 419 (EU
139 359 to 362 | numbering) numberin
ADT1-4- 51 53 64 79 80 91 (EU. form an CD g) .

4 numbering) loop comprise
ADT1-4- comprise comprise SYWRW
143 51 53 65 79 80 92 EEGP VK

ADT1-4- SNGQPENN
53 52 53 66 9 80 93 SEQID Y SEQ D
ADT1-4- NO: 523 | SEQID NO: | NO:512
173 51 53 67 79 80 94 505
ADT21 mall Y 53 68 79 80 95
AD? I 53 69 79 80 96
ADT1-4- | o, 53 70 79 80 97
82
ADT1-4-1 o 53 71 79 80 98
83
AD? Y 53 72 79 80 99
ADT1-4-1 o 53 73 79 80 100
84
AD;; nal 53 74 79 80 101
ADT1-4- | o, 53 75 79 80 102
95
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ADT11 nall Y 53 76 79 80 103
AD? IS 53 77 79 80 104
AD1§18'4' 51 53 78 79 80 105
Parenta

IADT1- | 130 131 132 144 145 146

7

AD:; T 430 131 133 144 145 147
ADI; | 130 131 134 144 145 148
AD1T71 | 430 131 135 144 145 149
ADE | 430 131 136 144 145 150
ADI;'T' 130 131 137 144 145 151
AD;; T 430 131 138 144 145 152
AD;; T 430 131 139 144 145 153
AD:; T 130 131 140 144 145 154
ADE'-" 130 131 141 144 145 155
AD? -1 130 131 142 144 145 156
AD;: | 430 131 143 144 145 157

Table 14. L EE2 - Example multispecific vO1-EGFR_human 1qG1 antibodies having the variable reqgions of

antibodies derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

RECTIFIED SHEET (RULE 91) ISA/EP

Fab Region Fc Region
Derived AB loop CD loop EF loop
from VH | VL
Antibody
Parental
1 26
ADT1-4 Wildtype
ADT1-4-105 2 27 Residues 413 to
4~ id 383 t 419 (EU
ADT1-4-107 | 3 | 28 | pesidues 359 to 362 reS'S;?S(EU ° numbérin )
ADT14-110 4 29 (EU numbering) numbering) form com rie;eg
ADT1-4-112 | 5 | 30 comprise 9 p
ADT1411 5 37 FEGP an CD loop SYWRWYK
4117 comprise
ADT1-4-19 [ SNGQPENNY | SEQID NO: 512
ADT1-421 | 8 | 33 | SEQIDNO:S23 | or0 b NO: 525
ADT1-4-31 9 34
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ADT1-4-139 10 35
ADT1-4-4 11 36
ADT1-4-143 12 37
ADT1-4-53 13 38
ADT1-4-173 14 39
ADT1-4-2 15 40
ADT1-4-8 16 141
ADT1-4-82 17 42
ADT1-4-83 18 43
ADT1-4-3 19 44
ADT1-4-84 20 45
ADT1-4-86 21 46
ADT1-4-95 22 47
ADT1-4-1 23 48
ADT1-4-6 24 49
ADT1-4-138 25 50
Parental
ADTA-7 106 | 118
ADT1-7-10 107 | 119
ADT1-7-15 108 | 120
ADT1-7-17 109 | 121
ADT1-7-18 110 | 122
ADT1-7-19 111 | 123
ADT1-7-20 112 | 124
ADT1-7-22 113 | 125
ADT1-7-23 114 | 126
ADT1-7-42 115 | 127
ADT1-7-3 116 | 128
ADT1-7-61 117 | 129
co3 273 | 282
B07 274 | 283
co5 275 | 284
E04 276 | 285
F07 277 | 286
G06 278 | 287
G09 279 | 288
B09 280 | 289
G10 281 | 290
EO01 312 | 313
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V6 1-EGFR multispecific antibody (LEE3)

In this aspect of the invention, a multispecific antibody is provided comprising a Fab region and an Fc
region, wherein the Fab region comprises a binding site specific for an epitope of the variable delta 1 (V1)
chain of a yd T cell receptor (TCR); and the Fc region comprises an EGFR binding site. The Fab region
specifically comprises a VH and cognate VL domain. The Fc region comprises a binding domain within a

heavy chain constant domain (CH1-CH2-CH3), specifically a CH3 domain.

SEQID NO: | Description

526 ADT1-4-2 x LEE3 (LAGA)

527 ADT1-4-2 x LEE3 (wt)

528 ADT1-4-2 HC EGFR LEE3 (LAGA)

529 ADT1-4-2 HC EGFR LEE3 (wt)

530 EGFR LEES Binding Module CH1-CH2-CH3 (LAGA)
531 EGFR LEE3 Binding Module CH1-CH2-CH3 (wt)
532 EGFR LEE3 CHS3 binding Module

EGFR LEE3 AB substitutions

523 residues 359 to 362 (EU numbering)
EGFR LEE3 CD substitutions

o1 residues 384 to 386 (EU numbering)
EGFR LEES EF substitutions

>33 residues 413 to 415 (EU numbering)
EGFR LEE3 AB Loop

524 residues 355 to 362 (EU numbering)
EGFR LEE3 CD Loop

o1 residues 383 to 391 (EU numbering)

534 EGFR LEE3 EF Loop

residues 413 to 422 (EU numbering)

In this aspect the EGFR binding site may be provided by an IgG1 CH3 domain in which residues 359 to
362 (EU numbering) comprise EEGP (SEQ ID NO: 523), residues 384 to 386 (EU numbering) comprise
TYG (SEQ ID NO: 511), and residues 413 to 415 (EU numbering) comprise SYW (SEQ ID NO: 533).

In this aspect residues 355 to 362 (EU numbering) form an AB loop comprising RDELEEGP (SEQ ID NO:
524), residues 383 to 391 (EU numbering) form an CD loop comprising STYGPENNY (SEQ ID NO: 514),
and residues 413 to 422 (EU numbering) form an EF loop comprising SYWRWQQGNYV (SEQ ID NO: 534).

In this aspect, the IgG1 CH3 domain may comprise the following mutations (EU numbering). In the AB loop
the following mutations may be present: T359E.K360E.N361G.Q362P. In the CD loop the following
mutations may be present: N384T.G385Y.Q386G. In the EF loop the following mutations may be present
D413S.K414Y.S415W.
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In this aspect the amino acid sequence of the CH3 domain may be at least 90% identical to, or at least 95%
identical to, or 100% identical to SEQ ID NO: 532.

In this aspect, the heavy chain constant domain may comprise SEQ ID NO: 530 or SEQ ID NO: 531.

In this aspect, the multispecific antibody may comprise SEQ ID NO: 526; or SEQ ID NO: 414 and SEQ ID
NO: 528;. In this aspect, the multispecific antibody may comprise SEQ ID NO: 527; or SEQ ID NO: 414 and
SEQ ID NO: 529.

In this aspect the Fab region may be any of the Fab regions described herein (see Table 15, for example).
Specifically, the Fab region of this aspect may comprise a VHCDR1, a VHCDR2 and a VHCDR3 comprising
the amino acid sequences of SEQ ID NO: 51, 53 and 68, respectively, and a VLCDR1, a VLCDR2 and a
VLCDR3 comprising the amino acid sequences of SEQ ID NOs: 79, 80 and 95, respectively. The Fab
region of this aspect may comprise a VH comprising SEQ ID NO: 15 and a VL comprising SEQ ID NO: 40.

In one embodiment of this aspect, the multispecific antibody comprises a Fab region comprising a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino acid
sequence of SEQ ID NO: 40; and an Fc region comprising a CH3 domain comprising the amino acid
sequence of SEQ ID NO: 532. In some embodiments, the multispecific antibodies of the invention may
comprise an additional lysine (K) residue at the immediate C-terminus of the CH3 domain sequence (K447,
EU numbering). In some embodiments, the multispecific antibodies of the invention may have the terminal
glycine (G) resiside at the immediate C-terminus of the CH3 domain sequence removed (G446, EU

numbering).
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Table 15. LEE3 - Example multispecific vd01-EGFR human IqG1 antibodies having the CDRs of antibodies
derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab Region Fc Region
VH VL

Derived AB loop CD loop EF loop

from CDR1 | CDR2 | CDR3 | CDR1 | CDR2 | CDR3

Antibody

T;T:' 51 53 54 79 80 81

ADT1-4-105 | 51 53 55 79 80 82

ADT1-4-107 | 51 53 56 79 80 83

ADT1-4-110 | 51 53 57 79 80 84

ADT1-4-112 | 51 53 58 79 80 85

ADT1-4117 | 51 53 59 79 80 86

ADT1-4-19 51 53 60 79 80 87

ADT1-4-21 52 53 61 79 80 88

ADT1-4-31 51 53 62 79 80 89

ADT1-4-139 | 51 53 63 79 80 )

ADT1-4-4 51 53 64 79 80 91

ADT1-4-143 | 51 53 65 79 80 92

ADT1-4-53 52 53 66 79 80 93

ADT1-4-173 | 51 53 67 79 80 94

ADT1-4-2 51 53 68 79 80 95

oA B Y P
t0 362 (EU to 415 (EU

ADT1-4-83 51 53 71 79 80 9 | numbering) nu"fE:ring) numbering)

ADT1-4-3 51 53 72 79 80 99 C‘;Egge comprise cogﬂfvr\ilse

ADT1-4-84 51 53 73 79 80 100 G

ADT1-4-86 52 53 74 79 80 101 | seqiDNO: - SEQ ID NO:

ADT1-4-95 51 53 75 79 80 102 523 NOE1T 533

ADT1-4-1 51 53 76 79 80 103

ADT1-4-6 51 53 77 79 80 104

ADT1-4-138 | 51 53 78 79 80 105

T;?I_T;' 130 131 132 144 145 | 148

ADT1-7-10 | 130 131 133 144 145 | 147

ADT1-7-15 | 130 131 134 144 145 | 148

ADT1-7-17 | 130 131 135 144 145 | 149

ADT1-7-18 | 130 131 136 144 145 | 150

ADT1-7-19 | 130 131 137 144 145 | 151

ADT1-7-20 | 130 131 138 144 145 | 152

ADT1-7-22 | 130 131 139 144 145 | 153

ADT1-7-23 | 130 131 140 144 145 | 154

ADT1-7-42 | 130 131 141 144 145 | 155

ADT1-7-3 130 131 142 144 145 | 156

ADT1-7-61 130 131 143 144 145 | 157
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Table 16. LEE3 - Example multispecific vd1-EGFR human IgG1 antibodies having the variable regions of
antibodies derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab Region Fc Region
Derived from Antibody | VH | VL AB loop CD loop EF loop
Parental ADT1-4 1 26
ADT1-4-105 2 27
ADT1-4-107 3 28
ADT1-4-110 4 29
ADT1-4-112 5 30
ADT1-4-117 6 31
ADT1-4-19 7 32
ADT1-4-21 8 33
ADT1-4-31 9 34
ADT1-4-139 10 35
ADT1-44 11 36
ADT1-4-143 12 37
ADT1-4-53 13 38
ADT1-4-173 14 39
ADT1-4-2 15 40
ADT1-4-8 16 41
ADT1-4-82 17 42
ADT1-4-83 18 | 43 Residues
ADT1-4-3 19 “ Residues 359 to 384 t0 386 Residues 413 to
362 (EU (EU. 415 (EU
ADT1-4-84 20 45 numbering) numbering) numbering)
ADT1-4-86 21 46 comprise EEGP CO:ngse CO:YP\;\l/SG
ADT1-4-95 22 47
ADT1-4-1 23 | 48 | SEQIDNO:523 | geqp | sEQID NO: 533
ADT1-4-6 24 49 NO:511
ADT1-4-138 25 | 50
Parental ADT1-7 106 118
ADT1-7-10 107 119
ADT1-7-15 108 120
ADT1-7-17 109 121
ADT1-7-18 110 122
ADT1-7-19 111 123
ADT1-7-20 112 124
ADT1-7-22 113 125
ADT1-7-23 114 126
ADT1-7-42 115 127
ADT1-7-3 116 128
ADT1-7-61 117 129
Cco8 273 282
B07 274 283
Co05 275 284
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E04 276 | 285
FO7 277 | 286
Go6 278 | 287
Go9 279 | 288
B09 280 | 289
G10 281 | 290
EO1 312 | 313

V6 1-EGFR multispecific antibody (FS1-67)

In this aspect of the invention, a multispecific antibody is provided comprising a Fab region and an Fc
region, wherein the Fab region comprises a binding site specific for an epitope of the variable delta 1 (Vd1)
chain of a yd T cell receptor (TCR); and the Fc region comprises an EGFR binding site. The Fab region
specifically comprises a VH and cognate VL domain. The Fc region comprises a binding domain within a

heavy chain constant domain (CH1-CH2-CH3), specifically a CH3 domain.

SEQID NO: | Description

377 Anti-Chick Lysozyme x FS1-67 (EGFR binding domain)
378 Parent C08 x FS1-67 (LAGA)
379 Parent G04 x FS1-67 (LAGA)
380 Parent EQ7 x FS1-67 (LAGA)
385 EGFR (FS-167) Binding Module CH1-CH2-CH3 (IgG1 wt)
386 EGFR (FS-167) Binding Module CH1-CH2-CH3 (LAGA)
388 ADT1-4-2 x FS$1-67 EGFR (LAGA)
399 ADT1-4-2 x FS$1-67 EGFR (wt)
426 C08 HC (LAGA) EGFR FS1-67
427 EO7 HC (LAGA) EGFR FS1-67
431 ADT1-4-2 HC (LAGA) EGFR FS1-67
435 ADT1-4-2 HC (wt) EGFR FS1-67
437 G04 HC (LAGA) EGFR FS1-67
559 EGFR FS1-67 CH3 Binding Module
560 EGFR FS1-67 AB substitutions
residues 358 to 362 (EU numbering)
EGFR FS1-67 CD substitutions
> residues 384 to 386 (EU numbering)
512 EGFR FS1-67 EF substitutions
residues 413 to 419 (EU numbering)
561 EGFR FS1-67 AB Loop
residues 355 to 362 (EU numbering)
514 EGFR FS1-67 CD Loop

residues 383 to 391 (EU numbering)
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EGFR FS1-67 EF Loop
residues 413 to 422 (EU numbering)

515

In this aspect the EGFR binding site may be provided by an IgG1 CH3 domain in which residues 358 to
362 (EU numbering) comprise TDDGP (SEQ ID NO: 560), residues 384 to 386 (EU numbering) comprise
TYG (SEQID NO: 511), and residues 413 to 419 (EU numbering) comprise SYWRWYK (SEQ ID NO: 512).

In this aspect residues 355 to 362 (EU numbering) form an AB loop comprising RDETDDGP (SEQ ID NO:
561), residues 383 to 391 (EU numbering) form an CD loop comprising STYGPENNY (SEQ ID NO: 514),
and residues 413 to 422 (EU numbering) form an EF loop comprising SYWRWYKGNV (SEQ ID NO: 515).

In this aspect, the IgG1 CH3 domain may comprise the following mutations (EU numbering). In the AB loop
the following mutations may be present: L358T.T359D.K360D.N361G.Q362P. In the CD loop the following
mutations may be present: N384T.G385Y.Q386G. In the EF loop the following mutations may be present:
D413S.K414Y.S415W.Q418Y.Q419K.

In this aspect the aminc acid sequence of the CH3 domain may be at least 90% identical to, or at least 95%
identical to, or 100% identical to SEQ ID NO: 559.

In this aspect, the heavy chain constant domain may comprise SEQ ID NO: 385 or SEQ ID NO: 386.

In this aspect, the multispecific antibody may comprise SEQ ID NO: 388; or SEQ ID NO: 414 and SEQ ID
NO: 431. In this aspect, the multispecific antibody may comprise SEQ ID NO: 399; or SEQ ID NO: 414 and
SEQ ID NO: 435.

In this aspect the Fab region may be any of the Fab regions described herein (see Table 17, for example).
Specifically, the Fab region of this aspect may comprise a VHCDR1, a VHCDRZ2 and a VHCDR3 comprising
the amino acid sequences of SEQ ID NO: 51, 53 and 68, respectively, and a VLCDR1, a VLCDR2 and a
VLCDRS3 comprising the amino acid sequences of SEQ ID NOs: 79, 80 and 95, respectively. The Fab
region of this aspect may comprise a VH comprising SEQ ID NO: 15 and a VL comprising SEQ ID NO: 40.

In one embodiment of this aspect, the multispecific antibocdy comprises a Fab region comprising a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino acid
sequence of SEQ ID NO: 40; and an Fc region comprising a CH3 domain comprising the amino acid
sequence of SEQ ID NO: 559. In some embediments, the multispecific antibodies of the invention may
comprise an additional lysine (K) residue at the immediate C-terminus of the CH3 domain sequence (K447,
EU numbering). In some embodiments, the multispecific antibodies of the invention may have the terminal
glycine (G) residue at the immediate C-terminus of the CH3 domain sequence removed (G446, EU

numbering).

In one embodiment, the multispecific antibody of the invention is not ADT1-4xFS1-67.
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Table 17. FS1-67 - Example multispecific vo1-EGFR human 1qG1 antibodies having the CDRs of antibodies
derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab region Fc region
VH VL
D‘X:]‘::ozzm CDR1 | CDR2 | cDR3 | cDR1 | cDR2 | cpra | ABlooP CD loop EF loop
TE:?I_T:' 51 53 54 79 80 81
ADT1-4-105 | 51 53 55 79 80 82
ADT14-107 | 51 53 56 79 80 83
ADT14-110 | 51 53 57 79 80 84
ADT14-112 | 51 53 58 79 80 85
ADT14-117 | 51 53 59 79 80 86
ADT1-4-19 51 53 60 79 80 87
ADT1-4-21 52 53 61 79 80 88
ADT1-4-31 51 53 62 79 80 89
ADT14-139 | 51 53 63 79 80 90
ADT1-4-4 51 53 64 79 80 91
ADT14-143 | 51 53 65 79 80 92
ADT1-4-53 52 53 66 79 80 93
ADT14-173 | 51 53 67 79 80 94
ADT1-4-2 51 53 68 79 80 95
ADT1-4-8 51 53 69 79 80 96 Residuss fesiduos 413
ADT1-4-82 51 53 70 79 80 97 | 35810362 | Residues3s4 | " Ot
ADT1-4-83 51 53 71 79 80 98 € to 386 (EV numbering)
numbering) numbering) )
ADT1-4-3 51 53 72 79 80 99 comprise. | comprise TYG smé’\?\f&
ADT1-4-84 51 53 73 79 80 | 100 TDDGP
ADT1-4-86 52 53 74 79 80 | 101 SEQ 1D No. 2'(5395 :E; SEQ ID NO:
ADT1-4-95 51 53 75 79 80 | 102 560 : 512
ADT1-4-1 51 53 76 79 80 | 103
ADT1-4-6 51 53 77 79 80 | 104
ADT1-4-138 | 51 53 78 79 80 | 105
Parental
DT 130 | 131 | 132 | 144 | 145 | 148
ADT1-7410 | 130 | 131 | 133 | 144 | 145 | 147
ADT1-745 | 130 | 131 | 134 | 144 | 145 | 148
ADT1-747 | 130 | 131 | 135 | 144 | 145 | 149
ADT1-718 | 130 | 131 | 136 | 144 | 145 | 150
ADT1-719 | 130 | 131 | 137 | 144 | 145 | 151
ADT1-7-20 | 130 | 131 | 138 | 144 | 145 | 152
ADT1-7-22 | 130 | 131 | 139 | 144 | 145 | 153
ADT1-7-23 | 130 | 131 | 140 | 144 | 145 | 154
ADT1-7-42 | 130 | 131 | 141 | 144 | 145 | 155
ADT1-7-3 130 | 131 | 142 | 144 | 145 | 156
ADT1-7-61 130 | 131 | 143 | 144 | 145 | 157
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Table 18. FS1-67 - Example multispecific vd1-EGFR human IqG1 antibodies having the variable regions
of antibodies derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab region Fc region
Derived from Antibody VH | VL AB loop CD loop EF loop
Parental ADT1-4 1 26
ADT1-4-105 2 | 27
ADT1-4-107 3 | 28
ADT1-4-110 4 | 29
ADT1-4-112 5 | 30
ADT1-4-117 6 | 31
ADT14-19 7 | 32
ADT14-21 8 | 33
ADT14-31 9 | 34
ADT1-4-139 10 | 35
ADT1-44 1 | 36
ADT1-4-143 12 | 37
ADT1-4-53 13 | 38
ADT1-4-173 14 | 39
ADT1-4-2 15 | 40
ADT1-4-8 16 | 41
ADT14-82 17 | 42
ADT1-4-83 18 | 43 | Residues 358
ADT1-43 1o | 44 | 10362(EU | Residues3sato | nesidues413to
_ 419 (EU
ADT1-4-84 20 | 45 | Numbering) 386 (EU numbering)
comprise numberlng) .
ADT14-86 21 | 46 TDDGP comprise TYG Smgcx}(
ADT1-4-95 22 | 47
ADT144 25 | 48 | SEQIDNO: | SEQDNOSIT | (oo o
ADT1-4-6 24 | 49 360
ADT1-4-138 25 | 50
Parental ADT1-7 106 | 118
ADT1-7-10 107 | 119
ADT1-7-15 108 | 120
ADT1-7-17 100 | 121
ADT1-7-18 110 | 122
ADT1-7-19 111 | 123
ADT1-7-20 112 | 124
ADT1-7-22 113 | 125
ADT1-7-23 14 | 126
ADT1-7-42 115 | 127
ADT1-7-3 116 | 128
ADT1-7-61 17 | 129
cos 273 | 282
B07 274 | 283
co5 275 | 284
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E04 276 | 285
Fo7 277 | 286
Go06 278 | 287
Go09 279 | 288
B09 280 | 289
G10 281 | 290
EO1 312 | 313
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V6 1-EGFR multispecific antibody (FS1-65)

In this aspect of the invention, a multispecific antibody is provided comprising a Fab region and an Fc
region, wherein the Fab region comprises a binding site specific for an epitope of the variable delta 1 (V1)
chain of a yd T cell receptor (TCR); and the Fc region comprises an EGFR binding site. The Fab region
specifically comprises a VH and cognate VL domain. The Fc region comprises a binding domain within a

heavy chain constant domain (CH1-CH2-CH3), specifically a CH3 domain.

SEQID NO: | Description

535 ADT1-4-2 x FS1-65 (LAGA)

536 ADT1-4-2 x FS1-65 (wt)

537 ADT1-4-2 HC EGFR FS1-65 (LAGA)

538 ADT1-4-2 HC EGFR FS1-65 (wt)

539 EGFR FS1-65 Binding Module CH1-CH2-CH3 (LAGA)
540 EGFR FS1-65 Binding Module CH1-CH2-CH3 (wt)
541 EGFR FS1-65 CH3 binding module

EGFR FS1-65 AB substitutions

542 residues 358 to 362 (INCLUDING 361.1) (EU numbering)
EGFR FS1-65 CD substitutions
o1 residues 384 to 386 (EU numbering)
EGFR FS1-65 EF substitutions
>43 residues 413 to 419 (EU numbering)
544 EGFR FS1-65 AB Loop
residues 355 to 362 (INCLUDING 361.1) (EU numbering)
514 EGFR FS1-65 CD Loop
residues 383 to 391 (EU numbering)
545 EGFR FS1-65 EF Loop

residues 413 to 422 (EU numbering)

In this aspect the EGFR binding site may be provided by an IgG1 CH3 domain in which residues 358 to
361, 361.1 and 362 (EU numbering) comprise LDEGGP (SEQ ID NO: 542), residues 384 to 386 (EU
numbering) comprise TYG (SEQ ID NO: 511), and residues 413 to 419 (EU numbering) comprise
SYWRWVK (SEQ ID NO: 543). Wherein residue 361.1 denotes an additional residue between residue 361
and 362 (EU numbering).

In this aspect residues 355 to 362, inclusive of residue 361.1 (EU numbering) form an AB loop comprising
RDELDEGGP (SEQ ID NO: 544), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514), and residues 413 to 422 (EU numbering) form an EF loop comprising
SYWRWVKGNYV (SEQ ID NO: 545). Wherein residue 361.1 denotes an additional residue between residue
361 and 362 (EU numbering).
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In this aspect, the IgG1 CH3 domain may comprise the following mutations (EU numbering). In the AB loop
the following mutations may be present: T359D.K360E.N361G.361-1G.Q362P. In the CD loop the following
mutations may be present: N384K.G385F.Q386G. In the EF loop the following mutations may be present:
D4138.K414Y.S415W.Q418V.Q419K. Wherein residue 361-1 denotes an additional residue between
residue 361 and 362 (EU numbering).

In this aspect the amino acid sequence of the CH3 domain may be at least 90% identical to, or at least 95%
identical to, or 100% identical to SEQ ID NO: 541.

In this aspect, the heavy chain constant domain may comprise SEQ ID NO: 539 or SEQ ID NO: 540.

In this aspect, the multispecific antibody may comprise SEQ ID NO: 535; or SEQ ID NO: 414 and SEQ ID
NO: 537. In this aspect, the multispecific antibody may comprise SEQ ID NO: 536; or SEQ ID NO: 414 and
SEQ ID NO: 538.

In this aspect the Fab region may be any of the Fab regions described herein (see Table 19, for example).
Specifically, the Fab region of this aspect may comprise a VHCDR1, a VHCDRZ2 and a VHCDRS3 comprising
the amino acid sequences of SEQ ID NO: 51, 53 and 68, respectively, and a VLCDR1, a VLCDR2 and a
VLCDR3 comprising the amino acid sequences of SEQ ID NOs: 79, 80 and 95, respectively. The Fab
region of this aspect may comprise a VH comprising SEQ ID NO: 15 and a VL comprising SEQ ID NO: 40.

In one embodiment of this aspect, the multispecific antibody comprises a Fab region comprising a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino acid
sequence of SEQ ID NO: 40; and an Fc region comprising a CH3 domain comprising the amino acid
sequence of SEQ ID NO: 541. In some embodiments, the multispecific antibodies of the invention may
comprise an additional lysine (K) resiside at the immediate C-terminus of the CH3 domain sequence (K447,
EU numbering). In some embodiments, the multispecific antibodies of the invention may have the terminal
glycine (G) resiside at the immediate C-terminus of the CH3 domain sequence removed (G446, EU

numbering).

190



WO 2022/175414 PCT/EP2022/054011

Table 19. FS1-65 - Example multispecific v&1-EGFR human 19G1 antibodies having the CDRs of antibodies
derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab region Fc region
VH VL
Derived AB loop CD loop EF loop
from CDR1 | CDR2 | CDR3 | CDR1 | CDR2 CDR3
Antibody
Parental |, 53 | 54 | 79 80 81
ADT1-4
ADT1-4-
105 51 53 55 79 80 82
ADT1-4-
107 51 53 56 79 80 83
ADT1-4-
110 51 53 57 79 80 84
ADT1-4-
112 51 53 58 79 80 85
ADT1-4-
117 51 53 59 79 80 86
ADT1-4-19 51 53 60 79 80 87
ADT1-4-21 52 53 61 79 80 88
ADT1-4-31 51 53 62 79 80 89
ADT1-4-
139 51 53 63 79 80 90
ADT1-4-4 51 53 64 79 80 91
ADT1-4-
143 51 53 65 79 80 92 . .
ADT14-53 | 52 | 53 | 66 | 79 80 g3 | Residues 358 | Residues | o iiies 413
ADT14 to 361, 361.1 384 to 386 t0419 (EU
. 51 53 67 79 80 94 and 362 (EU (EU .
173 . . numbering)
numbering) numbering) .
ADT1-4-2 | 51 53 68 79 80 95 comprise comprise Sf(wgc\sz
ADT1-4-8 51 53 69 79 80 96 LDEGGP TYG
ADT1-4-82 51 53 70 79 80 97 :
SEQ ID NO: SEQID SEQ5I4D3 NO:
ADT1-4-83 51 53 71 79 80 98 542 NO:511
ADT1-4-3 51 53 72 79 80 99
ADT1-4-84 51 53 73 79 80 100
ADT1-4-86 52 53 74 79 80 101
ADT1-4-95 51 53 75 79 80 102
ADT1-4-1 51 53 76 79 80 103
ADT1-4-6 51 53 77 79 80 104
ADT1-4-
138 51 53 78 79 80 105
Parental
ADTA-7 130 131 132 144 145 146
ADT1-7-10 | 130 131 133 144 145 147
ADT1-7-15 130 131 134 144 145 148
ADT1-7-17 130 131 135 144 145 149
ADT1-7-18 | 130 131 136 144 145 150
ADT1-7-19 130 131 137 144 145 151
ADT1-7-20 130 131 138 144 145 152
ADT1-7-22 130 131 139 144 145 153
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ADT1-7-23 | 130 131 140 144 145 154
ADT1-7-42 | 130 131 141 144 145 155
ADT1-7-3 130 131 142 144 145 156
ADT1-7-61 130 131 143 144 145 167

Table 20. FS1-65 - Example multispecific v&1-EGFR human IgG1 antibodies having the variable regions

of antibodies derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

RECTIFIED SHEET (RULE 91) ISA/EP

Fab region Fc region
Derived AB loop CD loop EF loop
from VH | VL
Antibody
Parental
ADT1-4 ! 26
ADT1-4-105 2 27
ADT1-4-107 3 28
ADT1-4-110 4 29
ADT1-4-112 5 30
ADT1-4-117 6 31
ADT1-4-19 7 32
ADT1-4-21 8 33
ADT1-4-31 9 34
ADT1-4-139 | 10 | 35
ADT1-4-4 11 | 36
ADT1-4143 | 12 | 37
TS |05 | s o | 000 | S
ADT1-4173 | 14 | 39 361, 361.1 and (EU (EU
ADT1-4-2 15 | 40 362 (E.U numbering) [ numbering)
ADT1-4-8 16 | 41 ns;nn?s:ilgg) comprise | comprise
ADT1-4-82 17 | 42 LDEGGP TYG SYWRWVK
ADT1-4-83 18 | 43
ADT1-4-3 19 | 44 | SEQID NO: 542 SEQID SEQ D
ADT1-4-84 50 | 25 NO:511 NO: 543
ADT1-4-86 21 | 46
ADT1-4-95 22 | 47
ADT1-4-1 23 | 48
ADT1-4-6 24 | 49
ADT1-4138 | 25 | 50
Parental
ADTA-7 106 | 118
ADT1-7-10 | 107 | 119
ADT1-7-15 | 108 | 120
ADT1-7-17 | 109 | 121
ADT1-7-18 | 110 | 122
ADT1-7-19 | 111 | 123
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ADT1-7-20 | 112 | 124
ADT1-7-22 | 113 | 125
ADT1-7-23 | 114 | 126
ADT1-7-42 | 115 | 127
ADT1-7-3 116 | 128
ADT1-7-61 | 117 | 129
cos8 273 | 282
BO7 274 | 283
Ccos 275 | 284
E04 276 | 285
Fo7 277 | 286
Go6 278 | 287
Go9 279 | 288
B09 280 | 289
G10 281 | 290
EO01 312 | 313
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V6 1-EGFR multispecific antibody (747)

In this aspect of the invention, a multispecific antibody is provided comprising a Fab region and an Fc
region, wherein the Fab region comprises a binding site specific for an epitope of the variable delta 1 (V1)
chain of a yd T cell receptor (TCR); and the Fc region comprises an EGFR binding site. The Fab region
specifically comprises a VH and cognate VL domain. The Fc region comprises a binding domain within a

heavy chain constant domain (CH1-CH2-CH3), specifically a CH3 domain.

SEQ ID NO: Description

546 ADT1-4-2 x 747 (LAGA)
547 ADT1-4-2 x 747 (wt)
548 ADT1-4-2 HC EGFR 747 (LAGA)
549 ADT1-4-2 HC EGFR 747 (wt)
550 EGFR 747 Binding Module CH1-CH2-CH3 (LAGA)
551 EGFR 747 Binding Module CH1-CH2-CH3 (wt)
550 747 CH3 Binding Module - Plus additional framework
mutation A378V
553 EGFR 747 AB substitutions
residues 358 to 362 (EU numbering)
554 EGFR 747 CD substitutions
residues 384 to 386 (EU numbering)
555 EGFR 747 EF substitutions
residues 413 to 421 (EU numbering)
556 EGFR 747 AB Loop
residues 355 to 362 (EU numbering)
557 EGFR 747 CD Loop
residues 383 to 391 (EU numbering)
558 EGFR 747 EF Loop

residues 413 to 422 (EU numbering)

In this aspect the EGFR binding site may be provided by an IgG1 CH3 domain in which residues 358 to
362 (EU numbering) comprise TESGP (SEQ ID NO: 553), residues 384 to 386 (EU numbering) comprise
KFG (SEQ ID NO: 554), residues 413 to 421 (EU numbering) comprise SNLRWTKGH (SEQ ID NO: 555),

and residue 378 is valine.

In this aspect residues 355 to 362 (EU numbering) form an AB loop comprising RDETESGP (SEQ ID NO:
556), residues 383 to 391 (EU numbering) form an CD loop comprising SKFGPENNY (SEQ ID NO: 557),
residues 413 to 422 (EU numbering) form an EF loop comprising SNLRWTKGHV (SEQ ID NO: 558) and

residue 378 is valine.

In this aspect, the IgG1 CH3 domain may comprise the following mutations (EU numbering). In the AB loop
the following mutations may be present: L358T.T359E.K360S.N361G.Q362P. In the CD loop the following
mutations may be present: N384K.G385F.Q386G. In the EF loop the following mutations may be present:
D4135.K414N.S415L.Q418T.Q419K.N421H. The following mutation is also present A378V.

In this aspect the aminc acid sequence of the CH3 domain may be at least 90% identical to, or at least 95%
identical to, or 100% identical to SEQ ID NO: 552.
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In this aspect, the heavy chain constant domain may comprise SEQ ID NO: 550 or SEQ ID NO: 551.

In this aspect, the multispecific antibody may comprise SEQ ID NO: 546; or SEQ ID NO: 414 and SEQ ID
NO: 548. In this aspect, the multispecific antibody may comprise SEQ ID NO: 547; or SEQ ID NO: 414 and
SEQ ID NO: 549.

In this aspect the Fab region may be any of the Fab regions described herein (see Table 21, for example).
Specifically, the Fab region of this aspect may comprise a VHCDR1, a VHCDR2 and a VHCDR3 comprising
the amino acid sequences of SEQ ID NO: 51, 53 and 68, respectively, and a VLCDR1, a VLCDR2 and a
VLCDR3 comprising the amino acid sequences of SEQ ID NOs: 79, 80 and 95, respectively. The Fab
region of this aspect may comprise a VH comprising SEQ ID NO: 15 and a VL comprising SEQ ID NO: 40.

In one embodiment of this aspect, the multispecific antibody comprises a Fab region comprising a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino acid
sequence of SEQ ID NO: 40; and an Fc region comprising a CH3 domain comprising the amino acid
sequence of SEQ ID NO: 552. In some embodiments, the multispecific antibodies of the invention may
comprise an additional lysine (K) residue at the immediate C-terminus of the CH3 domain sequence (K447,
EU numbering). In some embodiments, the multispecific antibodies of the invention may have the terminal
glycine (G) resisdue at the immediate C-terminus of the CH3 domain sequence removed (G446, EU

numbering).
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Table 21. 747 - Example muiltispecific vd1-EGFR _human 1gG1 antibodies having the CDRs of antibodies

derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab Region Fc Region
VH VL
Derived AB loop CD loop EF loop
from CDR1 | CDR2 | CDR3 | CDR1 | CDR2 | CDR3
Antibody
Parental
ADT1-4 51 53 54 79 80 81
ADT1-4-
105 51 53 55 79 80 82
ADT1-4-
107 51 53 56 79 80 83
ADT1-4-
110 51 53 57 79 80 84
ADT1-4-
112 51 53 58 79 80 85
ADT1-4-
17 51 53 59 79 80 86
ADE -4 51 53 60 79 80 87
ADZT: 4 52 53 61 79 80 88
AD;: 4 51 53 62 79 80 89
ADT1-4-
139 51 53 63 [ 8 % Residues 358
ADT1-4-4 51 53 64 79 80 91 to 362 (EU Residues Residues
ADT1-4- numbering) 384 10 386 413 to 421
143 51 53 65 79 80 92 comprise EU (EU
4- TESGP . numbering)
AD;'; 4| 52 53 66 79 80 93 numbening) |- o brise
ADTI4- SEQ ID NO: °°?§gse SNLRWTKG
173 51 53 67 79 80 94 553 H
ADT1-4-2 51 53 68 79 80 95 and SEQle’E:NOr SEQ ID NO:
ADT1-4-8 51 53 69 79 80 96 555
ADT1-4- 51 53 70 79 80 97 re5|due. 378is
82 valine
ADT1-4- 51 53 71 79 80 98
83
ADT1-4-3 51 53 72 79 80 99
ADT1-4- 51 53 73 79 80 100
84
AD:; 4 52 53 74 79 80 101
ADT1-4- 51 53 75 79 80 102
95
ADT1-4-1 51 53 76 79 80 103
ADT1-4-6 51 53 77 79 80 104
ADT1-4-
138 51 53 78 79 80 105
Parental
ADT1-7 130 131 132 144 145 146
AD;"; - 130 131 133 144 145 147
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AD;I‘; -7- 130 131 134 144 145 148
AD;I'; -7- 130 131 135 144 145 149
AD;I'; -7- 130 131 136 144 145 150
AD;I'; -7- 130 131 137 144 145 151
AD;; T s | s 138 | 144 | 145 | 152
AD;'; -7- 130 131 139 144 145 153
AD;I'; -7- 130 131 140 144 145 154
ADI;J- 130 131 141 144 145 155
ADT1-7-3 130 131 142 144 145 156
AD;I'11 T 130 131 143 144 145 157

Table 22. 747 - Example multispecific vd1-EGFR human 1gG1 antibodies having the CDRs of antibodies
derived from ADT1-4 and ADT1-7 and the related SEQ ID NOs

Fab Region Fc Region
Derived from Antibody VH | vL AB loop CD loop EF loop
Parental ADT1-4 1 26
ADT1-4-105 2 27
ADT1-4-107 3 28
ADT14-110 4 29
ADT1-4-112 5 30
ADT1-4-117 6 31
ADT1-4-19 7 32
ADT1-4-21 8 33 | Residues 358 to
ADTLA ° > njr?]iélr:_itjg) Residues 384 to Residues 413 to
ADT1-4-139 10 35 comprise 386 (gu 421 EU
ADT1-4-4 1 | 36 TESGP ng;hﬂ?g;gg) numbering)
ADT1-4-143 12 37 SEQ ID NO: KFG comprise
ADT1-4-53 13 | 38 553 SNLRWTKGH
ADT1-4-173 14 | 39 SEQ ID NO: SEQ ID NO: 555
ADT14-2 15 | 40 and 554
ADT1-4-8 6 | 41 | residue378is
ADT1-4-82 17 | 42 valine
ADT1-4-83 18 | 43
ADT1-4-3 19 | 44
ADT1-4-84 20 | 45
ADT1-4-86 21 | 46
ADT1-4-95 22 | 47
ADT1-4-1 23 | 48
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ADT1-4-6 24 49
ADT1-4-138 25 50
Parental ADT1-7 106 | 118
ADT1-7-10 107 | 119
ADT1-7-15 108 | 120
ADT1-7-17 109 | 121
ADT1-7-18 110 | 122
ADT1-7-19 111 | 123
ADT1-7-20 112 | 124
ADT1-7-22 113 | 125
ADT1-7-23 114 | 126
ADT1-7-42 116 | 127
ADT1-7-3 116 | 128
ADT1-7-61 117 | 129
cos 273 | 282
BO7 274 | 283
co5 275 | 284
E04 276 | 285
Fo7 277 | 286
Go06 278 | 287
G09 279 | 288
B09 280 | 289
G10 281 | 290
EO01 312 | 313

Remarkably in all said examples comprising at least one (first) binding domain targeting the V81 chain of a
yd TCR, and at least one (second) binding domain targeting EGFR enhanced functionality was observed

versus the controls and component parts (see Examples 2, and 6 to 10 herein).

Collectively, these non-limiting examples highlight the flexibility of the multispecific antibodies or antigen-
binding fragments thereof as described herein. These non-limiting examples outline that multispecific
antibody approach wherein antibodies of fragments thereof targeting the germline V&1 chain (amino acids
1-90 of e.g. SEQ ID NO: 272) may be further enhanced by combining with EGFR binding domains to form

multispecific antibodies.

In one embodiment multispecific antibody binding domains which target V&1 chain of a yd TCR (the first
target) may comprise (i) one or two or more antibody binding domains each comprising a heavy chain (VH-
CH1-CH2-CH3) and a cognate light chain partner (VL-CL) and/or (ii) one or two or more antibody binding
domains each comprising a heavy chain variable domain (VH, or VH-CH1) and a cognate light chain
variable domain partner (VL, or VL-VC) and/or (iii) one or two or more antibody binding domains each

comprising a CDR-containing antibody fragment.
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In one embodiment there is provided a multispecific antibody comprising at least one first antibody-derived
binding domain targeting the V81 chain of a yd TCR and which is operatively linked to at least one second
antibody binding domain targeting EGFR. Optionally, said binding domains comprise at least one or more
VVH and cognate VL binding domain, or one or more VVH-CH1-CH2-CH3 and cognate VL-CL binding domain,
or one or more antibody fragment binding domains. Said muitispecific antibody comprising at least one first
antibody-derived binding domain targeting the V&1 chain of a yd TCR is operatively linked to a second
binding domain binding the EGF receptor and comprising one or more of the following heavy chain
maodifications in accordance with EU numbering; L358T and/or (T359D or T359E) and /or (K360D or K360E
[‘LEE”] or K360S) and/or N361G and/or Q362P and/or 361.1G (wherein 361.1 is an additional residue
between 361 and 362) and/or A378V and/or (N384T or N384K) and/or (G385Y or G385F) and/or Q386G
and/or D4138S and/or (K414Y or K414N) and/or (S415W or S415L) and/or (Q418Y or Q418T or Q418V)
and/or Q419K and/or N421H.

Such heavy chain modifications are found to be advantageous. For example, a multispecific antibody
comprising at least one first antibody-derived binding domain targeting the V81 chain of a yd TCR
operatively linked to a second binding domain binding EGFR and which include wild-type L358 and T359E
and K360E heavy chain modifications have a number of advantages. Firstly, such heavy chain
modifications eliminate a double isomerisation risk present in the unmodified heavy chain sequence.
Isomerisation motifs are liabilities which have the potential to reduce affinity, potency, stability, and
homogeneity of an antibody, which may lead to complications in product development or manufacture.
Additionally, a T358L change reverts a threonine back to a leucine in the AB Loop of molecules such as
ADT1-4-2xFS1-67. Leucine corresponds to the canonical wild-type human sequence at that postion and
results in a more conserved AB modified loop sequence. An additional surprising finding is that multispecific
antibody comprising at least one first antibody-derived binding domain targeting the V81 chain of a yd TCR
operatively linked to a second binding domain binding the EGF receptor and comprising L358 and with
T359E and K360E heavy chain modifications leads to improved expression in transient CHO cells relative
to a highly related antibody comprising T358 and D359 and D360 and which is otherwise identical. This
improved expression profile means the harvest titre of the CH3 modified multispecific anitbodies of this
invention from the CHO cells comprising heavy chain CH3 domains with L358 and E359 and E360 (such
as incorporated into SEQ ID NO: 389) can be greatly increased when compared to antibodies with the
T358, D359 and D360 heavy chain modifications such as incorporated into SEQ ID NO: 388 and which is
otherwise identical. This is surprising since removal of isomerisation risks would not be expected to improve
expression. See Figure 34A. In any embodiment, the multispecific antibody of the invention may not
comprise additional DD and DG higher-risk isomerisation dual amino acid motifs across position 359, 360
and 361 (EU numbering). Rather, and more specifically, in any embodiment, the multispecific antibody of
the invention may comprise a modified AB loop which include modifications T359E, K360E, N361G. More
specifically, in any embodiment, the multispecific antibody of the invention may comprise a CH3 modified
AB loop comprising a double negative charge at postions 359 and 360 wiherein this double negative charge

is provided for by glutamic acid (E, Glu) instead of aspartic acid (D, Asp).

A multispecific antibody comprising at least one first antibody-derived binding domain targeting the V1

chain of a yd TCR is operatively linked to a second binding domain comprising SEQ ID NO: 385 or SEQ ID
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NO: 386 or SEQ ID NO: 391 or SEQ ID NO: 392 or SEQ ID NO: 520 or SEQ ID NO: 521 or SEQ ID NO:
530 or SEQ ID NO: 531, or SEQ ID NO: 539 or SEQ ID NO: 540, or SEQ ID NO: 508 or SEQ ID NO: 509,
or SEQ ID NO: 550 or SEQ ID NO: 551, or functionally equivalent binding variants thereof and which target
EGFR. Optionally, multispecific antibodies comprise SEQ ID NO: 389; or SEQ ID NO: 414 and SEQ ID NO:
432; or SEQ ID NO: 400; or SEQ ID NO: 414 and SEQ ID NO: 436; or SEQ ID NO: 516; or SEQ ID NO:
414 and SEQ ID NO: 518; or SEQ ID NO: 517; or SEQ ID NO: 414 and SEQ ID NO: 519; SEQ ID NO: 526;
or SEQ ID NO: 414 and SEQ ID NO: 528; or SEQ ID NO: 527; or SEQ ID NO: 414 and SEQ ID NO: 529;
or SEQ ID NO: 535; or SEQ ID NO: 414 and SEQ ID NO: 537; or SEQ ID NO: 536; or SEQ ID NO: 414
and SEQ ID NO: 538; or SEQ ID NO: 504; or SEQ ID NO: 414 and SEQ ID NO: 506; or SEQ ID NO: 505;
or SEQ ID NO: 414 and SEQ ID NO: 507; or SEQ ID NO: 388; or SEQ ID NO: 414 and SEQ ID NO: 431;
or SEQ ID NO: 399; or SEQ ID NO: 414 and SEQ ID NO: 435; or SEQ ID NO: 546; or SEQ ID NO: 414
and SEQ ID NO: 548; or SEQ ID NO: 547; or SEQ ID NO: 414 and SEQ ID NO: 549; or SEQ ID NO: 378;
or SEQ ID NO: 425 and SEQ ID NO: 426; or SEQ ID NO: 379; or SEQ ID NO: 421 and SEQ ID NO: 437;
or SEQ ID NO: 380; or SEQ ID NO: 423 and SEQ ID NO: 427.

In one aspect of the invention multispecific antibodies of the invention can be used in therapeutically
effective amounts to treat a disease or disorder such to ameliorate at least one sign or symptom of a disease
or disorder.

In one embodiment, there is provided a method of selecting or characterizing or comparing antibodies or
antigen-binding fragment thereof as described herein which bind to the V&1 chain of a y6 TCR in a
multispecific antibody format wherein said multispecific antibody is applied to V61+ cells in orderto measure
the conferred effect by said multispecific entity V61+ cells (e.g. upon said Vd1+ phenotype and/or

cytotoxicity and/or diseased-cell specificity and/or enhancement thereof).

Combinatorial therapies

The multispecific antibodies of the invention may be used in certain combination therapies. In some
embodiments, the multispecific antibodies may be combined with a modulator of a cancer antigen or a
cancer-associated antigen, for example selected from the group consisting of AFP, AKAP-4, ALK, alpha-
fetoprotein, Androgen receptor, B7TH3, BAGE, BCA225, BCAA, Ber-abl, beta-Catenin, beta-HCG, beta-
human chorionic gonadotropin, BORIS, BTAA, CA 125, CA 15-3, CA 195, CA 19-9, CA 242, CA 27.29,
CA 72-4, CA-50, CAM 17.1, CAM43, Carbonic anhydrase IX, carcinoembryonic antigen, CD22,
CD33/IL3Ra, CD68\P1, CDK4, CEA, chondroitin sulfate proteoglycan 4 (CSPG4) , c-Met, CO-029,
CSPG4, Cyclin B1, cyclophilin C-associated protein, CYP1B1, E2A-PRL, EGFR, EGFRuvIII, ELF2M,
EpCAM, EphA2, EphrinB2, Epstein Barr virus antigens EBVA , ERG (TMPRSS2ETS fusion gene), ETV6-
AML, FAP, FGF-5, Fos-related antigen 1, Fucosyl GM1, G250, Ga733\EpCAM, GAGE-1, GAGE-2, GD2,
GD3, glioma-associated antigen, GloboH, Glycolipid F77, GM3, GP 100, GP 100 (Pmel 17), H4-RET,
HER-2/neu, HER-2/Neu/ErbB-2, high-molecular-weight melanoma-associated antigen (HMW-MAA), HPV
E6, HPV E7, hTERT, HTgp-175, human telomerase reverse transcriptase, Idiotype, IGF-1 receptor , IGF-
I, IGH-IGK, insulin growth factor (IGF)-1, intestinal carboxyl esterase, K-ras, LAGE-1a, LCK, lectin-
reactive AFP, Legumain, LMP2, M344, MA-50, Mac-2 binding protein, MAD-CT-1, MAD-CT-2, MAGE,
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MAGE A1, MAGE A3, MAGE-1, MAGE-3, MAGE-4, MAGE-5, MAGE-6, MART-1, MART-1/MelanA, M-
CSF, melanoma-associated chondroitin sulfate proteoglycan (MCSP), Mesothelin, MG7-Ag, ML-IAP, MN-
CA IX, MOV18, MUC1, Mum-1, hsp70-2, MYCN, MYL-RAR, NA17, NB/70K, neuron-glial antigen 2
(NG2), neutrophil elastase, nm-23H1, NuMa, NY-BR-1, NY-CO-1, NY-ESO, NY-ESO-1, NY-ESO-1, OY-
TES1, p15, p16, p180erbB3, p185erbB2, p53, p53 mutant, Page4, PAX3, PAX5, PDGFR-beta, PLACT1,
Polysialic Acid, prostate-carcinoma tumor antigen-1 (PCTA-1), prostate-specific antigen, prostatic acid
phosphatase (PAP), Proteinase3 (PR1), PSA, PSCA, PSMA, RAGE-1, Ras, Ras-mutant, RCAS1, RGS5,
RhoC, ROR1, RU1, RU2 (AS), SART3, SDCCAG16, sLe(a), Sperm protein 17, SSX2, STn, Survivin, TA-
90, TAALSG, a TAG-72, telomerase, thyroglobulin, Tie 2, TLP, Tn, TPS, TRP-1, TRP-2, TRP-2, TSP-180,
Tyrosinase, VEGF, VEGFR2, VISTA, WT1, XAGE 1, 43-9F, 5T4, and 791Tgp72.

In some embodiments, the multispecific antibodies may be combined with a modulator of a
immunomodulatory antigen, for example selected from the group consisting of B7-1 (CD80), B7-2
(CD86), B7-DC (CD273), B7-H1 (CD274), B7-H2 (CD275), B7-H3 (CD276), B7-H4 (VTCN1), B7-H5
(VISTA), BTLA (CD272), CD137, CD137L, CD24, CD27, CD28, CD38, CD40, CD40L (CD154), CD54,
CD59, CD70, CTLA4 (CD152), CXCL9, GITR (CD357), HVEM (CD270), ICAM-1 (CD54), ICOS (CD278),
LAG-3 (CD223), OX40 (CD134), OX40L (CD252), PD-1 (CD279), PD-L1 (CD274), TIGIT, CD314,
CD334, CD335, CD337, and TIM-3 (CD366).

In some embodiments, the multispecific antibodies may be combined with a modulator of a CD antigen,
for example selected from the group consisting of CD1a, CD1b, CD1¢, CD1d, CD1e, CD2, CD3, CD3d,
CD3e, CD3g, CD4, CD5, CD6, CD7, CD8, CD8a, CD8b, CD9, CD10, CD11a, CD11b, CD11¢, CD11d,
CD13, CD14, CD15, CD16, CD16a, CD16b, CD17, CD18, CD19, CD20, CD21, CD22, CD23, CD24,
CD25, cD26, CD27, CD28, CD29, CD30, CD31, CD32A, CD32B, CD33, CD34, CD35, CD36, CD37,
CD38, CD39, CD40, CD41, CD42, CD42a, CD42b, CD42c, CD42d, CD43, CD44, CD45, CD46, CD47,
CD48, CD49a, CD49b, CD49c, CD49d, CD49¢e, CD49f, CD50, CD51, CD52, CD53, CD54, CD55, CD56,
CD57, CD58, CD59, CD60a, CD60b, CD60c, CD61, CD62E, CD62L, CD62P, CD63, CD64a, CD65,
CD65s, CD66a, CD66b, CD66c, CD66d, CD66e, CD66f, CD68, CD69, CD70, CD71, CD72, CD73,
CD74, CD75, CD75s, CD77, CD79A, CD79B, CD80, CD81, CD82, CD83, CD84, CD85A, CD85B,
CD85C, CD85D, CD85F, CD85G, CD85H, CD85I1, CD85J, CD85K, CD85M, CD86, CD87, CD88, CD89,
CD90, CD91, CD92, CD93, CD94, CD95, CD96, CD97, CD98, CD99, CD100, CD101, CD102, CD103,
CD104, CD105, CD106, CD107, CD107a, CD107b, CD108, CD109, CD110, CD111, CD112, CD113,
CD114, CcD115, CD116, CD117, CD118, CD119, CD120, CD120a, CD120b, CD121a, CD121b, CD122,
CD123, CD124, CD125, CD126, CD127, CD129, CD130, CD131, CD132, CD133, CD134, CD135,
CD136, CD137, CD138, CD139, CD140A, CD140B, CD141, CD142, CD143, CD144, CDw145, CD146,
CD147, CD148, CD150, CD151, CD152, CD153, CD154, CD155, CD156, CD156a, CD156b, CD156¢,
CD157, CD158, CD158A, CD158B1, CD158B2, CD158C, CD158D, CD158E1, CD158E2, CD158F1,
CD158F2, CD158G, CD158H, CD158I, CD158J, CD158K, CD159a, CD159¢c, CD160, CD161, CD162,
CD163, CD164, CD165, CD166, CD167a, CD167b, CD168, CD169, CD170, CD171, CD172a, CD172b,
CD172g, CD173, CD174, CD175, CD175s, CD176, CD177, CD178, CD179a, CD179b, CD180, CD181,
cD182, CD183, CD184, CD185, CD186, CD187, CD188, CD189, CD190, CD191, CD192, CD193,
CD194, CD195, CD196, CD197, CDw188, CDw199, CD200, CD201, CD202b, CD203¢, CD204, CD205,
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CD206, CD207, CD208, CD209, CD210, CDw210a, CDw210b, CD211, CD212, CD213a1, CD213a2,
CD214, CD215, CD216, CD217, CD218a, CD218b, CD219, CD220, CD221, CD222, CD223, CD224,
CD225, CD226, CD227, CD228, CD229, CD230, CD231, CD232, CD233, CD234, CD235a, CD235b,
CD236, CD237, CD238, CD239, CD240CE, CD240D, CD241, CD242, CD243, CD244, CD245, CD246,
CD247, CD248, CD249, CD250, CD251, CD252, CD253, CD254, CD255, CD256, CD257, CD258,
CD259, CD260, CD261, CD262, CD263, CD264, CD265, CD266, CD267, CD268, CD269, CD270,
CD271, CD272, CD273, CD274, CD275, CD276, CD277, CD278, CD279, CD280, CD281, CD282,
CD283, CD284, CD285, CD286, CD287, CD288, CD289, CD290, CD291, CD292, CDw293, CD294,
CD295, CD296, CD297, CD298, CD299, CD300A, CD300C, CD301, CD302, CD303, CD304, CD305,
CD306, CD307, CD307a, CD307b, CD307c, CD307d, CD307e, CD308, CD309, CD310, CD311, CD312,
CD313, CD314, CD315, CD316, CD317, CD318, CD319, CD320, CD321, CD322, CD323, CD324,
CD325, CD326, CD327, CD328, CD329, CD330, CD331, CD332, CD333, CD334, CD335, CD336,
CD337, CD338, CD339, CD340, CD344, CD349, CD351, CD352, CD353, CD354, CD355, CD357,
CD358, CD360, CD361, CD362, CD363, CD364, CD365, CD366, CD367, CD368, CD369, CD370, and
CD371.

In some embodiments, the modulators may be antagonistic or agonistic. Suitable modulators include

antibodies, fusion proteins or small molecules.

Immunoconjuqates

The multispecific antibodies of the present invention may be conjugated to a therapeutic moiety, such as a
cytotoxin or a chemotherapeutic agent. Such conjugates may be referred to as immunoconjugates. As used
herein, the term "immunoconjugate" refers to an antibody which is chemically or biologically linked to
another moiety, such as a cytotoxin, a radioactive agent, a cytokine, an interferon, a target or reporter
moiety, an enzyme, a toxin, a peptide or protein or a therapeutic agent. The antibody may be linked to the
cytotoxin, radioactive agent, cytokine, interferon, target or reporter moiety, enzyme, toxin, peptide or
therapeutic agent at any location along the molecule so long as it is able to bind its target. Examples of
immunoconjugates include antibody drug conjugates and antibody-toxin fusion proteins. In one
embodiment, the agent may be a second different antibody to Vd1. In certain embodiments, the antibody
may be conjugated to an agent specific for a tumor cell or a virally infected cell. The type of therapeutic
moiety that may be conjugated to the anti-Vd1 antibody and will take into account the condition to be treated
and the desired therapeutic effect to be achieved. In one embodiment, the agent may be a second antibody,
or antigen-binding fragment thereof, that binds to a molecule other than Vé1.

Cyno-cross reactivity

Suitably, the multispecific antibodies exhibit cross-reactivity to both human TRDV1 SEQ ID NO: 272
(including the polymorphic variant i.e. SEQ ID NO: 306) and cyno TRDV1 (SEQ ID NO: 308). Cross
reactivity is clearly useful in providing antibodies that can be used in in vivo animal studies during pre-

clinical evaluation.
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The present inventors have surprisingly identified a framework mutation that can confer increased binding
of antibodies, for example anti-V81xEGFR antibodies and antigen-binding fragments thereof, to
cynomolgus antigens. The framework mutation does not adversely affect the affinity of the antibody or
antigen-binding fragment thereof to the corresponding human version of the antigen. The mutation is the
mutation of the serine residue to position 74 according to the IMGT numbering system of a kappa light
chain variable sequence to a residue that is not serine (for example a non-human-germline and/or non-
polarresidue). Non-polar amino acids may be selected from the group consisting of glycine, alanine, valine,
methionine, leucine and isoleucine. Non-germline amino acids may be selected from the group consisting
of arginine, cysteine, glutamine, glutamic acid, glycine, histidine, isoleucine, leucine, lysine, methionine,
phenylalanine, threonine, tryptophan, tyrosine and valine. Non-polar and non-germline amino acids (i.e.
amino acids that are both non-polar and non-germline) may be selected from the group consisting of
glycine, valine, methionine, leucine and isoleucine). In some embodiments, the mutation is the mutation of
the serine residue to position 74 according to the IMGT numbering system of a kappa light chain variable
sequence to a leucine residue. The mutation is a direct substitution such the overall length of the chain
does not change. Therefore, the serine a position 74 according to the IMGT numbering system is removed
and directly replaced with another amino acid (such as a non-human-germline and/or non-polar amino acid,
such as aleucine). The substitution may be achieved according to any suitable method known to the skilled

person.

References herein to antibodies comprising a kappa light chain variable sequence comprising a residue at
position 74 according to the IMGT numbering that is not serine may alternatively be defined as antibodies
comprising a light chain variable sequence comprising a LFR1 region, a LCDR1 region, a LFR2 region, a
LCDR2 region, a LFR3 region, a LCDR3 region and a LFR4 region, wherein the LFR3 region comprises a
residue at position 74 according to the IMGT numbering that is not serine (for example a non-human-
germline and/or non-polar amino acid, such as a leucine residue). Such an alternative definition is
applicable to all antibodies disclosed herein comprising a kappa light chain variable sequence comprising
a residue at position 74 according to the IMGT numbering that is not serine (for example a non-human-
germline and/or non-polar amino acid, such as a leucine residue).

Accordingly, the present invention provides anti-TCR delta variable 1 (anti-V31)xEGFR multispecific
antibodies or antigen-binding fragments thereof comprising a kappa light chain variable sequence, in which
the residue at position 74 according to the IMGT numbering system of the light chain variable sequence is
a not serine (for example a non-human-germline and/or non-polar amino acid, such as a leucine residue).
In some embodiments, the residue at position 74 according to the IMGT numbering system of the light
chain variable sequence is a leucine. Suitably, the antibody may be an IgG antibody. For example, the
antibody may be IgG1 antibody.

The anti-V81xEGFR multispecific antibodies and antigen-binding fragments thereof provided herein may
be provided with the substitution at position 74 (according to the IMGT numbering system) of the light chain
variable sequence. For example, the anti-VO1xEGFR multispecific antibodies and antigen-binding
fragments and variants thereof described herein may comprise a kappa light chain variable sequence

comprising a residue other than serine at position 74 according to the IMGT numbering system (for example

203



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

a non-human-germline and/or non-polar amino acid, such as a leucine residue). In some embodiments,
the anti-V31xEGFR multispecific antibodies and antigen-binding fragments and variants thereof described
herein may comprise a kappa light chain variable sequence comprising a leucine residue at position 74
according to the IMGT numbering system. Embodiments comprising a mutation at position 74 according
to the IMGT numbering system of a kappa light chain may be particularly relevant to antibodies derived
from ADT1-4, although the mutation is equally applicable to other antibodies. For example, it is observed
that light chain position 74 is not highly conserved across the different kappa/lambda light chain germlines.
Further it is noted that differing light chain germlines contain differently polarising and/or charged amino
acids at this position ranging from non-polar (e.g. alanine) to polar neutral (e.g. serine) to negatively or
positively charged (e.g. aspartate or asparagine respectively). It is well understood that amino acid
polarity/charge at any given position may impact protein structure. For example, it is well understood that
a change in polarity and charge can impact hydrophobicity and tendency for an amino acid to be more
surface exposed or more buried. Regardless, this remarkable finding highlights that non-conservative
amino acid changes at light chain position 74 can modify affinity to a selected target by greater than 10-
fold. Hence aside improving affinity as outlined herein, use of this knowledge may offer a new approach to
dialling up or down affinity more broadly. For example, a method comprising changing the residue at
position 74 from more polar to non-polar, or for example non-polar to more charged, may be more
preferable to complex/cumbersome mutagenesis methods such as saturation mutagenesis etc when one

desires to dial up or dial down affinity for any given antibody.

In a further embodiment of the invention there is also provided a method of mutating an antibody or antigen-
binding fragment thereof, comprising providing an antibody comprising a kappa light chain having a serine
at position 74 of the light chain variable sequence according to the IMGT numbering system, and mutating
the serine to a different residue, for example a non-human-germline and/or non-polar amino acid, such as
a leucine. In some embodiments, the antibody is an anti-TCR delta variable 1 (anti-V61) antibody or
antigen-binding fragment thereof. In some embodiments, the antibody is an antibody having a VH
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical to SEQ ID NO: 1 and a VL comprising an amino acid sequence that is
at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, or at least 99% identical identical
to SEQ ID NO: 26 both before and after the mutation at position 74 of the light chain variable sequence is
introduced. In some embodiments, the antibody is an antibody having a VH comprising an amino acid
sequence that is 100% identical to SEQ ID NO: 1 with the exception of the mutation at position 74 and a
VL comprising an amino acid sequence that is 100% identical to SEQ ID NO: 26 with the exception of the
mutation at position 74.

In some embodiments, the antibody is an antibody having a VH comprising an amino acid sequence that
is at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least
93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, or at least 99% identical to SEQ
ID NO: 106 and a VL comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%,
at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least
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96%, at least 97%, at least 98%, or at least 99% identical to SEQ ID NO: 118 both before and after the
mutation at position 74 of the light chain variable sequence is introduced. In some embodiments, the
antibody is an antibody having a VH comprising an amino acid sequence that is 100% identical to SEQ ID
NO: 106 with the exception of the mutation at position 74 and a VL comprising an amino acid sequence
that is 100% identical to SEQ ID NO: 118 with the exception of the mutation at position 74.

In some embodiments, the antibody is an antibody comprising:

a VH comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 273 and a VL
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 282 both before and after
the mutation is introduced:;

a VH comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 274 and a VL
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 283 both before and after
the mutation is introduced:;

a VH comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 275 and a VL
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 284 both before and after
the mutation is introduced:

a VH comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 276 and a VL
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical identical to the amino acid sequence of SEQ ID NO: 285 both before
and after the mutation is introduced;

a VH comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 277 and a VL
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 286 both before and after
the mutation is introduced;
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a VH comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 278 and a VL
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 287 both before and after
the mutation is introduced;

a VH comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 279 and a VL
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 288 both before and after
the mutation is introduced:;

a VH comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 280 and a VL
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 289 both before and after
the mutation is introduced:;

a VH comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 281 and a VL
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 290 both before and after
the mutation is introduced; or

a VH comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 312 and a VL
comprising an amino acid sequence that is at least 70%, at least 75%, at least 80%, at least 85%, at least
90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identical to the amino acid sequence of SEQ ID NO: 313 both before and after
the mutation is introduced.

In some embodiments, the antibody is an antibody comprising:

a VH comprising the amino acid sequence of SEQ ID NO: 273 and a VL comprising the amino acid
sequence of SEQ ID NO: 282;

a VH comprising the amino acid sequence of SEQ ID NO: 274 and a VL comprising the amino acid
sequence of SEQ ID NO: 283;
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a VH comprising the amino acid sequence of SEQ ID NO: 275 and a VL comprising the amino acid
sequence of SEQ ID NO: 284;

a VH comprising the amino acid sequence of SEQ ID NO: 276 and a VL comprising the amino acid
sequence of SEQ ID NO: 285;

a VH comprising the amino acid sequence of SEQ ID NO: 277 and a VL comprising the amino acid
sequence of SEQ ID NO: 286;

a VH comprising the amino acid sequence of SEQ ID NO: 278 and a VL comprising the amino acid
sequence of SEQ ID NO: 287;

a VH comprising the amino acid sequence of SEQ ID NO: 279 and a VL comprising the amino acid
sequence of SEQ ID NO: 288;

a VH comprising the amino acid sequence of SEQ ID NO: 280 and a VL comprising the amino acid
sequence of SEQ ID NO: 289;

a VH comprising the amino acid sequence of SEQ ID NO: 281 and a VL comprising the amino acid
sequence of SEQ ID NO: 290; or

a VH comprising the amino acid sequence of SEQ ID NO: 312 and a VL comprising the amino acid
sequence of SEQ ID NO: 313.

The antibody produced by such methods has 100% identity to the specified VH and VL sequences,

with the exception of the mutation at position 74.

In some embodiments, the mutation at position 74 increases the affinity of the antibody or antigen-binding
fragment thereof for a homologous cynomolgus (cyno) monkey antigen. The increase of the affinity of the
antibody or antigen-binding fragment thereof is relative to the affinity of the antibody or antigen-binding
fragment thereof before the mutation was introduced (when measured under the same or substantially the
same conditions). In some embodiments, the antibody or antigen-binding fragment thereof is an anti-TCR
delta variable 1 (anti-Vd1) antibody or antigen-binding fragment thereof that binds to a human variable delta
1 (Vd1) chain of a yd T cell receptor (TCR) (for example SEQ ID NO: 272 and 306) before and after the
mutation is introduced, and the antibody has increased affinity for a cynomolgus monkey variable delta 1
(V&1) chain of a y& T cell receptor (TCR) (for example SEQ ID NO: 308) after the mutation is introduced.

Polynucleotide sequences and expression vectors

In one aspect of the invention there is provided a polynucleotide encoding the multispecific antibody of the
invention. In one embodiment, the polynucleotide comprises or consists of a sequence having at least 70%,
such as at least 80%, such as at least 90%, such as at least 95%, such as at least 99% sequence identity
with any one of SEQ ID NOs: 199 to 222, 224 to 247, 249 to 259 or 261 to 271. In a further embodiment
the polynucleotide comprises or consists of any one of SEQ ID NOs: 199 to 222, 224 to 247, 249 to 259 or
261 to 271. In a further aspect there is provided a cDNA comprising said polynucleotide.

In one aspect of the invention there is provided a polynucleotide comprising or consisting of a sequence
having at least 70%, such as at least 80%, such as at least 90%, such as at least 95%, such as at least
99% sequence identity with any cne of the portions SEQ ID NOs: 199 to 222, 224 to 247, 249 to 259 or
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261 to 271 which encodes CDR1, CDR2 and/or CDR3 of the encoded immunoglobulin chain variable
domain.

In one aspect of the invention there is provided a polynucleotide comprising or consisting of a sequence
having at least 70%, such as at least 80%, such as at least 90%, such as at least 95%, such as at least
99% sequence identity with any one of the portions of SEQ ID NOs: 199 to 222, 224 to 247, 249 to 259 or
261 to 271 which encodes FR1, FR2, FR3 and/or FR4 of the encoded immunoglobulin chain variable

domain.

The present invention also provides expression vectors and plasmids comprising the polynucleotide
sequences of the invention. In some embodiments, the expression vectors comprise a sequence having
at least 70%, such as at least 80%, such as at least 90%, such as at least 95%, such as at least 99%
sequence identity or 100% identity with any one of SEQ ID NOs: 199 to 222 or 249 to 259 (encoding
variable heavy regions). In some embodiments, the expression vectors comprise a sequence having at
least 70%, such as at least 80%, such as at least 90%, such as at least 95%, such as at least 99% sequence
identity or 100% identity with any one of SEQ ID NOs: 224 to 247 or 261 to 271 (encoding variable light
regions). Such expression vectors may be used in pairs, suitable pairing the heavy and light chain variable
sequences according to the pairing of various amino acid sequences providing the multispecific antibodies
of the invention disclosed herein. In some embodiments, the expression vectors comprise a sequence
having at least 70%, such as at least 80%, such as at least 90%, such as at least 95%, such as at least
99% sequence identity or 100% identity with any one of SEQ ID NOs: 199 to 222 or 249 to 259 (encoding
a variable heavy region) and further comprises a sequence having at least 70%, such as at least 80%, such
as at least 90%, such as at least 95%, such as at least 99% sequence identity or 100% identity with any
one of SEQ ID NOs: 224 to 247 or 261 to 271 (encoding a variable light region). Again, the sequences may
be provided in specific pairs as described herein to encode the multispecific antibodies of the invention.

The present invention also provides polynucleotide sequences and expression vectors and plasmids
encoding all of the antibody sequences disclosed herein, including any variant antibody sequences

disclosed herein optionally comprising one or more amino acid substitutions.

The polynucleotides and expression vectors of the invention may also be described in reference to the
amino acid sequence encoded. Therefore, in one embodiment, the polynucleotide comprises or consists of

a sequence encoding the amino acid sequence of any one of SEQ ID NOs: 1 to 197.

To express the multispecific antibodies, or antigen-binding fragments thereof, polynucleotides encoding
partial or full-length light and heavy chains, as described herein, are inserted into expression vectors such
that the genes are operatively linked to transcriptional and translational control sequences. Therefore, in
one aspect of the invention there is provided an expression vector comprising the polynucleotide sequence
as defined herein. In one embodiment, the expression vector comprises the VH region of any one of SEQ
ID NOs: 199 to 222 or 249 to 259. In another embodiment, the expression vector comprises the VL region
of any one of SEQ ID NOs: 224 to 247 or 261 to 271.
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It will be understood that the nucleotide sequences described herein may comprise additional sequences
encoding amino acid residues to aid with translation, purification and detection, however alternative
sequences may be used depending upon the expression system used. These optional sequences can be
removed, modified or substituted if alternate design, translation, purification or detection strategies are
adopted.

Mutations can be made to the DNA or cDNA that encode polypeptides which are silent as to the amino acid
sequence of the polypeptide, but which provide preferred codons for translation in a particular host. The
preferred codons for translation of a nucleic acid in, e.g. E. coli and S. cerevisiae, as well as mammalian,
specifically human, are known.

Mutation of polypeptides can be achieved for example by substitutions, additions or deletions to a nucleic
acid encoding the polypeptide. The substitutions, additions or deletions to a nucleic acid encoding the
polypeptide can be introduced by many methods, including for example error-prone PCR, shuffling,
oligonucleotide-directed mutagenesis, assembly PCR, PCR mutagenesis, in vivo mutagenesis, cassette
mutagenesis, recursive ensemble mutagenesis, exponential ensemble mutagenesis, site-specific
mutagenesis, gene reassembly, artificial gene synthesis, Gene Site Saturation Mutagenesis (GSSM),
synthetic ligation reassembly (SLR) or a combination of these methods. The modifications, additions or
deletions to a nucleic acid can also be introduced by a method comprising recombination, recursive
sequence recombination, phosphothioate-modified DNA mutagenesis, uracil-containing template
mutagenesis, gapped duplex mutagenesis, point mismatch repair mutagenesis, repair-deficient host strain
mutagenesis, chemical mutagenesis, radiogenic mutagenesis, deletion mutagenesis, restriction-selection
mutagenesis, restriction-purification mutagenesis, ensemble mutagenesis, chimeric nucleic acid multimer

creation, or a combination thereof.

In particular, artificial gene synthesis may be used. A gene encoding a polypeptide of the invention can be
synthetically produced by, for example, solid-phase DNA synthesis. Entire genes may be synthesized de
novo, without the need for precursor template DNA. To obtain the desired oligonucleotide, the building
blocks are sequentially coupled to the growing oligonucleotide chain in the order required by the sequence
of the product. Upon the completion of the chain assembly, the product is released from the solid phase to
solution, deprotected, and collected. Products can be isolated by high-performance liquid chromatography

(HPLC) to obtain the desired oligonucleotides in high purity.

Expression vectors include, for example, plasmids, retroviruses, cosmids, yeast artificial chromosomes
(YACs) and Epstein-Barr virus (EBV) derived episomes. The polynucleotide is ligated into a vector such
that transcriptional and translational control sequences within the vector serve their intended function of
regulating the transcription and translation of the polynucleotide. Expression and/or control sequences can
include promoters, enhancers, transcription terminators, a start codon (i.e. ATG) 5' to the coding sequence,
splicing signals for introns and stop codons. The expression vector and expression control sequences are
chosen to be compatible with the expression host cell used. For example, the sequences may comprise
nucleotide sequences encoding single chain variable fragments versions of the antibodies invention,
comprising a VH region and a VL region joined by a synthetic linker (e.g. encoding SEQ ID NO: 291). It will
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be understood that polynucleotides or expression vectors of the invention may comprise the VH region, the
VL region or both (optionally including the linker). Therefore, polynucleotides encoding the VH and VL
regions can be inserted into separate vectors, alternatively sequences encoding both regions are inserted
into the same expression vector. The polynucleotide(s) are inserted into the expression vector by standard
methods (e.g. ligation of complementary restriction sites on the polynucleotide and vector, or blunt end

ligation if no restriction sites are present).

A convenient vector is one that encodes a functionally complete human CH or CL immunoglobulin
sequence, with appropriate restriction sites engineered so that any VH or VL sequence can be easily
inserted and expressed, as described herein. The expression vector can also encode a signal peptide that
facilitates secretion of the antibody (or antigen-binding fragment thereof) from a host cell. The
polynucleotide may be cloned into the vector such that the signal peptide is linked in-frame to the amino
terminus of the antibody. The signal peptide can be an immunoglobulin signal peptide or a heterologous

signal peptide (i.e. a signal peptide from a non-immunoglobulin protein).

In one aspect of the invention there is provided a cell (e.g. a host cell, such as a recombinant host cell)
comprising the polynucleotide or expression vector as defined herein. It will be understood that the cell may
comprise a first vector encoding the light chain of the antibody or antigen-binding fragment thereof, and a
second vector encoding the heavy chain of the antibody or antigen-binding fragment thereof. Alternatively,

the heavy and light chains both encoded on the same expression vector introduced into the cell.

In one embodiment, the polynucleotide or expression vector encodes a membrane anchor or
transmembrane domain fused to the antibody or antigen-binding fragment thereof, wherein the antibody or

antigen-binding fragment thereof is presented on an extracellular surface of the cell.

Transformation can be by any known method for introducing polynucleotides into a host cell. Methods for
introduction of heterologous polynucleotides into mammalian cells are well known in the art and include
dextran-mediated transfection, calcium phosphate precipitation, polybrene-mediated transfection,
protoplast fusion, electroporation, encapsulation of the polynucleotide(s) in liposomes, biolistic injection and
direct microinjection of the DNA into nuclei. In addition, nucleic acid molecules may be introduced into

mammalian cells by viral vectors.

Mammalian cell lines available as hosts for expression are well known in the art and include many
immortalized cell lines available from the American Type Culture Collection (ATCC). These include, inter
alia, Chinese hamster ovary (CHO) cells, NSO, SP2 cells, HeLa cells, baby hamster kidney (BHK) cells,
monkey kidney cells (COS), human hepatocellular carcinoma cells (e.g. Hep G2), A549 cells, 3T3 cells,
and a number of other cell lines. Mammalian host cells include human, mouse, rat, dog, monkey, pig, goat,
bovine, horse and hamster cells. Cell lines of particular preference are selected through determining which
cell lines have high expression levels. Other cell lines that may be used are insect cell lines, such as Sf9
cells, amphibian cells, bacterial cells, plant cells and fungal cells. Antigen-binding fragments of antibodies
such as the scFv and Fv fragments can be isolated and expressed in E. coli using methods known in the
art.
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The antibodies are produced by culturing the host cells for a period of time sufficient to allow for expression
of the antibody in the host cells or, more preferably, secretion of the antibody into the culture medium in
which the host cells are grown. Antibodies can be recovered from the culture medium using standard protein
purification methods.

Antibodies (or fragments) of the invention can be obtained and manipulated using the techniques disclosed
for example in Green and Sambrook, Molecular Cloning: A Laboratory Manual (2012) 4th Edition Cold
Spring Harbour Laboratory Press.

Monoclonal antibodies can be produced using hybridoma technology, by fusing a specific antibody-
producing B cell with a myeloma (B cell cancer) cell that is selected for its ability to grow in tissue culture

and for an absence of antibody chain synthesis.

A monoclonal antibody directed against a determined antigen can, for example, be obtained by:
a) immortalizing lymphocytes obtained from the peripheral blood of an animal previously immunized
with a determined antigen, with an immortal cell and preferably with myeloma cells, in order to form a
hybridoma,
b) culturing the immortalized cells (hybridoma) formed and recovering the cells producing the

antibodies having the desired specificity.

Alternatively, the use of a hybridoma cell is not required. Antibodies capable of binding to the target antigens
as described herein may be isolated from a suitable antibody library via routine practice, for example, using
the phage display, yeast display, ribosomal display, or mammalian display technology known in the art.
Accordingly, monoclonal antibodies can be obtained, for example, by a process comprising the steps of:
a) cloning into vectors, especially into phages and more particularly filamentous bacteriophages, DNA
or cDNA sequences obtained from lymphocytes especially peripheral blood lymphocytes of an animal
(suitably previously immunized with determined antigens),
b) transforming prokaryotic cells with the above vectors in conditions allowing the production of the
antibodies,
c) selecting the antibodies by subjecting them to antigen-affinity selection,

d) recovering the antibodies having the desired specificity.

Optionally, isolated polynuclectide encoding antibodies or antigen-binding fragment thereof as described
herein and which bind to the Vd1 chain of a yd can also be readily manufactured to make sufficient
quantities to be employed as a medicaments to ameliorate the signs or symptoms of disease. When
employed as a medicament in this manner, typically the polynucleotides of interest are first operatively
linked to an expression vector or expression cassette designed to express said antibodies or antigen-
binding fragment thereof in a subject or patient. Such expression cassettes and methods of delivery of
polynucleotides or what are sometime termed ‘nucleic-based’ medicaments are well known in the art. For

recent review see Hollevoet and Declerck (2017) J. Transl. Med. 15(1): 131.
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Also provided is a method for the production of an anti-Vd1 antibody or antigen-binding fragment or variant
thereof, comprising culturing a host cell of the invention in a cell culture medium under conditions to express
the encoding nucleic acid sequence of the plasmid or vector inside the cell. The method may further
comprise obtaining the anti-Vd1 antibody or antigen-binding fragment or variant thereof from the cell culture
supernatant. The obtained antibody may then be formulated into a pharmaceutical composition. Further,
there is provided a method of producing cell that expresses an anti-Vd1 antibody or antigen-binding
fragment or variant thereof, comprising transfecting said cell with a plasmid or vector of the invention. Said
cells can then be cultured for the production of the anti-V81 antibody or antigen-binding fragment or variant

thereof.

Pharmaceutical compositions

According to a further aspect of the invention, there is provided a composition comprising the multispecific
antibodies as defined herein. In such embodiments, the composition may comprise the antibody, optionally
in combination with other excipients. Also included are compositions comprising one or more additional

active agents (e.g. active agents suitable for treating the diseases mentioned herein).

According to a further aspect of the invention, there is provided a pharmaceutical composition comprising
the antibody or antigen-binding fragment thereof as defined herein, together with a pharmaceutically
acceptable diluent or carrier. The multispecific antibodies of the invention can be incorporated into
pharmaceutical compositions suitable for administration to a subject. Typically, the pharmaceutical
composition comprises an antibody of the invention and a pharmaceutically acceptable carrier. As used
herein, "pharmaceutically acceptable carrier" includes any and all solvents, dispersion media, coatings,
antibacterial and antifungal agents, isotonic and absorption delaying agents, and the like that are
physiologically compatible. Examples of pharmaceutically acceptable carriers include one or more of water,
saline, salts, phosphate buffered saline, dextrose, glycerol, ethanol and the like, as well as combinations
thereof. In many cases, it will be preferable to include isotonic agents, for example, sugars, polyalcohols
such as mannitol, sorbitol, or sodium chloride in the composition. Pharmaceutically acceptable substances
such as wetting or minor amounts of auxiliary substances such as wetting or emulsifying agents,
preservatives or buffers, which enhance the shelf life or effectiveness of the antibody or antigen-binding

fragment thereof.

The compositions of this invention may be in a variety of forms. These include, for example, liquid, semi-
solid and solid dosage forms, such as liquid solutions (e.g. injectable and infusible solutions), dispersions
or suspensions, tablets, pills, powders, liposomes and suppositories. The preferred form depends on the
intended mode of administration and therapeutic application. Typical preferred compositions are in the form
of injectable or infusible solutions.

The preferred mode of administration is parenteral (e.g. intravenous, subcutaneous, intraperitoneal,
intramuscular, intrathecal). In a preferred embodiment, the antibody is administered by intravenous infusion
or injection. In another preferred embodiment, the antibody is administered by intramuscular or

subcutaneous injection.
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Therapeutic compositions typically must be sterile and stable under the conditions of manufacture and
storage. The composition can be formulated as a solution, microemulsion, dispersion, liposome, or other

ordered structure suitable to high drug concentration.

It is within the scope of the invention to use the pharmaceutical composition of the invention in therapeutic
methods for the treatment of diseases as described herein as an adjunct to, or in conjunction with, other

established therapies normally used in the treatment of such diseases.

In a further aspect of the invention, the antibody, composition or pharmaceutical composition is
administered sequentially, simultaneously or separately with at least one active agent.

Treatment methods

According to a further aspect of the invention, there is provided an isolated multispecific antibody as defined
herein for use as a medicament. References herein to an antibody “for use” as a medicament or in therapy
are limited to administration of the antibody to a subject.

In one embodiment, the multispecific antibody is for use in the treatment of cancer. In one embodiment, the
invention is a method of treating a disease or disorder in a subject in need thereof, comprising the step of
administering an multispecific antibody to the subject. In various embodiments, the disease or disorder is
cancer. In one embodiment, the multispecific antibody is for use in the treatment of cancer, leads to the
death of diseased cells while sparing healthy cells. In a further embodiment, the antibody or antigen-binding

fragment thereof is for use in the treatment of cancer.

In one embodiment, the antibody or antigen-binding fragment thereof is for use in the treatment of cancer.
In a further embodiment, the antibody or antigen-binding fragment thereof is for use in the treatment of

cancer.

According to a further aspect of the invention, there is provided the pharmaceutical composition as defined
herein for use as a medicament. In one embodiment, the pharmaceutical composition is for use in the
treatment of cancer. In a further embodiment, the pharmaceutical composition is for use in the treatment of

cancer.

According to a further aspect of the invention, there is provided a method of modulating an immune
response in a subject in need thereof comprising administering a therapeutically effective amount of the
isolated multispecific antibody as defined herein. In various embodiments, modulating an immune response
in a subject comprises binding or targeting yd T cells, activating yd T cells, causing or increasing
proliferation of yd T cells, causing or increasing expansion of y& T cells, causing or increasing yd T cell
degranulation, causing or increasing yd T cell mediated killing activity, causing or increasing yd T cell
mediated killing activity while sparing healthy cells, causing or increasing y6 T cytotoxicity, causing or

increasing y& T cytotoxicity while sparing healthy cells, causing or increasing y& T cell mobilization,
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increasing survival of yd T cells, orincreasing resistance to exhaustion of yo T cells. Modulating the immune
response in a subject may further comprise binding or targeting the second antigen. For example, in some
embodiments, binding of the second antigen, in particular when it is an immunomodulatory antigen, may
stimulate immunomodulation via the second antigen in addition to immunomodulation via binding of the
multispecific antibody to TRDV1. Hence the modulation of the immune response may comprise modulation
via two different signalling pathways, a first signalling pathway modulated via TRDV1 antigen engagement

and a second signalling pathway modulated via engagement of a second immunomodulatory antigen.

According to a further aspect of the invention, there is provided method of treating a cancer in a subject in
need thereof, comprising administering a therapeutically effective amount of the multispecific antibody as
defined herein. Alternatively, a therapeutically effective amount of the pharmaceutical composition is
administered.

According to further aspects of the invention, there is provided the use of an antibody or antigen-binding
fragment thereof as defined herein for the manufacture of a medicament, for example in the treatment of

cancer.

In one embodiment, the antibody or antigen-binding fragment thereof is administered to a subject, wherein

the subject has cancer.

According to a further aspect of the invention, there is provided the pharmaceutical composition as defined
herein for use as a medicament. In one embodiment, the pharmaceutical composition is administered to a

subject, wherein the subject has cancer.

According to a further aspect of the invention, there is provided a method of administering a therapeutically
effective amount of the isolated multispecific antibody as defined herein to a subject, wherein the subject
has cancer. Alternatively, a therapeutically effective amount of the pharmaceutical composition is

administered.

According to further aspects of the invention, there is provided the use of an antibody or antigen-binding
fragment thereof as defined herein for the manufacture of a medicament, for example for the administration

to a subject, wherein the subject has cancer.

In various embodiments, the cancer that can be treated by the disclosed methods and compositions include,
but are not limited to acute lymphoblastic, acute myeloid leukemia, adrenocortical carcinoma, appendix
cancer, basal cell carcinoma, bile duct cancer, bladder cancer, bone cancer, osteosarcoma and malignant
fibrous histiocytoma, brain stem glioma, brain tumor, brain tumor, brain stem glioma, central nervous
system atypical teratoid/rhabdoid tumor, central nervous system embryonal tumors, cerebellar
astrocytoma, cerebral astrocytoma/malignant glioma, craniopharyngioma, ependymoblastoma,
ependymoma, medulloblastoma, medulloepithelioma, pineal parenchymal tumors of intermediate
differentiation, supratentorial primitive neurcectodermal tumors and pineoblastoma, visual pathway and
hypothalamic glioma, brain and spinal cord tumors, breast cancer, bronchial tumors, Burkitt lymphoma,
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carcinoid tumor, gastrointestinal carcinoid tumor, central nervous system atypical teratoid/rhabdoid tumor,
central nervous system embryonal tumors, central nervous system lymphoma, cerebellar astrocytoma
cerebral astrocytoma/malignant glioma, cervical cancer, chordoma, chronic lymphocytic leukemia, chronic
myelogenous leukemia, chronic myeloproliferative disorders, colon cancer, colorectal cancer,
craniopharyngioma, cutaneous T-cell ymphoma, esophageal cancer, Ewing family of tumors, extragonadal
germ cell tumor, extrahepatic bile duct cancer, intraocular melanoma, retinoblastoma, gallbladder cancer,
gastric (stomach) cancer, gastrointestinal carcinoid tumor, gastrointestinal stromal tumor (gist), germ cell
tumor, gestational trophoblastic tumor, glioma, glioma brain stem, glioma cerebral astrocytoma, glioma
visual pathway and hypothalamic, hairy cell leukemia, head and neck cancer, hepatocellular (liver) cancer,
Langerhans cell histiocytosis, Hodgkin lymphoma, hypopharyngeal cancer, hypothalamic and visual
pathway glioma, intraocular melanoma, islet cell tumors, kidney (renal cell) cancer, Langerhans cell
histiocytosis, laryngeal cancer, acute lymphoblastic leukemia, acute myeloid leukemia, chronic lymphocytic
leukemia, chronic myelogenous leukemia, hairy cell leukemia, lip and oral cavity cancer, liver cancer, non-
small cell lung cancer, small cell lung cancer, aids-related lymphoma, Burkitt lymphoma, cutaneous T-cell
lymphoma, non-Hodgkin lymphoma, primary central nervous system Ilymphoma, Waldenstrom
macroglobulinemia, malignant fibrous histiocvtoma of bone and osteosarcoma, medulloblastoma,
melanoma, Merkel cell carcinoma, mesothelioma, metastatic squamous neck cancer with occult primary,
mouth cancer, multiple endocrine neoplasia syndrome, multiple myeloma/plasma cell neoplasm, mycosis,
fungoides, myelodysplastic syndromes, myelodysplastic/myeloproliferative diseases, myelogenous
leukemia, myeloid leukemia, myeloid leukemia acute, multiple myeloma, myeloproliferative disorders, nasal
cavity and paranasal sinus cancer, nasopharyngeal cancer, neuroblastoma, non-small cell lung cancer,
oral cancer, oral cavity cancer, oropharyngeal cancer, osteosarcoma and malignant fibrous histiocytoma of
bone, ovarian cancer, ovarian epithelial cancer, ovarian germ cell tumor, ovarian low malignant potential
tumor, pancreatic cancer, pancreatic cancer, papillomatosis, parathyroid cancer, penile cancer, pharyngeal
cancer, pheochromocytoma, pineal parenchymal tumors of intermediate differentiation, pineoblastoma and
supratentorial primitive neuroectodermal tumors, pituitary tumor, plasma celt neoplasm/multiple myeloma,
pleuropulmonary blastoma, primary central nervous system lymphoma, prostate cancer, rectal cancer,
renal cell (kidney) cancer, renal pelvis and ureter, respiratory tract carcinoma involving the nut gene on
chromosome 15, retinoblastoma, rhabdomyosarcoma, salivary gland cancer, sarcoma, Ewing family of
tumors, Kaposi sarcoma, soft tissue sarcoma, uterine sarcoma, Sezary syndrome, skin cancer
(nonmelanoma), skin cancer (melanoma), Merkel cell skin carcinoma, small cell lung cancer, small intestine
cancer, soft tissue sarcoma, squamous cell carcinoma, squamous neck cancer, stomach (gastric) cancer,
supratentorial primitive neuroectodermal tumors, T-cell lymphoma, testicular cancer, throat cancer,
thymoma and thymic carcinoma, thyroid cancer, transitional cell cancer of the renal pelvis and ureter,
gestational trophoblastic tumor, urethral cancer, uterine cancer, uterine sarcoma, vaginal cancer, vulvar
cancer, Waldenstrom macroglobulinemia, and Wilms tumor. In various embodiments, the cancer that can
be treated by the disclosed methods and compositions is treated while healthy cells are spared.

In various embodiments, the cancer that can be treated by the disclosed methods and compositions include
EGFR positive (EGFR+) cancers.
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In one embodiment, the invention is a method of activating at least one y6 T cell in a subject, comprising

the step of administering a multispecific antibody as defined herein.

In one embodiment, the invention is a method of causing or increasing proliferation of yd T cells in a subject,
comprising the step of administering to the subject a multispecific antibody as defined herein.

In one embodiment, the invention is a method of causing or increasing yd T cell degranulation in a subject,

comprising the step of administering to the subject a multispecific antibody as defined herein.

In one embodiment, the invention is a method of causing or increasing y8 T cell killing activity (e.g. T cell
mediated Killing activity) in a subject, comprising the step of administering to the subject an anti-Vo1
antibody or antigen-binding fragment thereof as defined herein. In one embodiment, the invention is a
method of causing or increasing yd T cell killing activity (e.g. T cell mediated killing activity) in a subject,
while sparing healthy cells, comprising the step of administering to the subject an anti-Vd1 antibody or

antigen-binding fragment thereof as defined herein.

In one embodiment, the invention is a method of causing or increasing yd T cytotoxicity in a subject,
comprising the step of administering to the subject an anti-Vd1 antibody or antigen-binding fragment thereof
as defined herein. In one embodiment, the invention is a method of causing or increasing yd T cytotoxicity
in a subject, while sparing healthy cells, comprising the step of administering to the subject an anti-\Vd1

antibody or antigen-binding fragment thereof as defined herein.

In one embodiment, the invention is a method of causing or increasing yd T cell mobilization in a subject,

comprising the step of administering to the subject multispecific antibody as defined herein.

In one embodiment, the invention is a method of increasing survival of yd T cells in a subject, comprising

the step of administering to the subject a multispecific antibody as defined herein.

In one embodiment, the invention is a method of or increasing resistance to exhaustion of y0 T cells in a
subject, comprising the step of administering to the subject a multispecific antibody as defined herein.

According to a further aspect of the invention, there is provided a method of stimulating an immune
response in a subject, the method comprising administration to the subject multispecific antibody in an

amount effective at stimulating an immune response.

Uses of multispecific antibodies or antigen-binding fragments thereof

According to a further aspect of the invention, there is provided the use of a multispecific antibody as
described herein to study antigen recognition, activation, signal transduction or function of y& T cells (in
particular V&1 T cells). As described herein, the antibodies have been shown to be active in assays which
can be used to investigate yd& T cell function. Such antibodies may also be useful for inducing the

proliferation of yd T cells, therefore may be used in methods of expanding yd T cells (such as V&1 T cells).
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Antibodies which bind to the V31 chain can be used to detect yd T cells. For example, the antibody may be
labelled with a detectable label or reporter molecule or used as a capture ligand to selectively detect and/or
isolate V61 T cells in a sample. Labelled antibodies find use in many methods known in the art, for example
immunohistochemistry and ELISA.

The detectable label or reporter molecule can be a radioisotope, such as ®H, *C, 32P, 35S, or '25|; a
fluorescent or chemiluminescent moiety such as fluorescein isothiocyanate, or rhodamine; or an enzyme
such as alkaline phosphatase, B-galactosidase, horseradish peroxidase, or luciferase. Fluorescent labels
applied to multispecific antibodies of the invention may then be used in fluorescence-activated cell sorting
(FACS) methods.

Thus in various embodiments, the invention includes in vivo methods of modulating yé T cells, methods of
binding y& T cells, methods of targeting yd T cells, methods of activating y& T cells, methods of proliferating
y0 T cells, methods of expanding y8 T cells, methods of detecting yd T cells, methods of causing yo T cell
degranulation, methods of causing yd T cell mediated killing activity, methods of selecting antibodies or
antigen-binding fragments thereof, the methods comprising the step of administering a multispecific
antibody or antigen-binding fragment thereof to a subject as described herein.

Medicaments for modulating gamma delta T cells

The multispecific antibody as described herein may be used to modulate or useful for modulating delta
variable 1 chain (V81) T cells in a patient in situ (i.e. in vivo). The multispecific antibodies or antigen-binding

fragments thereof may be comprised in medicaments for such purposes.

Modulation of V81 T cells may include:

- expansion of the V81 T cells, e.g. by selectively increasing the number of V31 T cells or promotion of
survival of V61 T cells;

- stimulation of the V81 T cells, e.g. by increasing V31 T cell potency, i.e. increasing target cell killing;

- prevention of V81 T cell exhaustion, e.g. by increasing persistence of the V31 T cells;

- degranulation of V81 T cells;

- increase in NCR expression;

- immunomodulation of the V&1 T cells, e.g. by downregulation of V61 TCR cell surface expression, i.e. by
causing V&1 TCR internalisation or reduced expression of V31 TCR protein, or blocking the V&1 TCR from
binding; and/or

- downregulation of a TCR/CD3 complex.

Unlike anti-V51 antibodies of the prior art which focus on depletion of V81 T-cells, the antibodies of the
present invention are useful for the activation of V81 T-cells via the TRDV1-binding domain. Although they
may cause downregulation of the TCRs on T-cells to which they bind, they do not cause Vd1 T-cell
depletion, but rather they stimulate the T-cells and hence may be useful in therapeutic settings that would

benefit from the activation of this compartment of T-cells. Activation of V61 T-cells is evident through TCR
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downregulation, CD3 downregulation, changes in activation markers such as CD25 and Ki67 and
degranulation marker CD107a. Activation of V81 T-cell in turn triggers release of inflammatory cytokines

such as INFy and TNFa to promote immune licencing.

Medicaments that modulate immune cell markers on V51+ cells

The antibody or antigen-binding fragment thereof may modulate immune cell markers of Vo1+ cells upon

administration to a patient.

An antibody or antigen-binding fragment thereof described herein may also be assessed for its suitability
for its therapeutic use by measuring yd0 T modulation. For example, by measuring a change in the levels of
CD25 or CD69 or CD107a present on a Vo1+ T-cell or cells in a model system. Such markers are often
used as markers of lymphocyte modulation (e.g. proliferation or degranulation) and can be measured
following application of an antibody or antigen-binding fragment thereof as described herein, e.g. by flow
cytometry. Surprisingly, during such assessments (e.g. see e.g. Examples 7, 17, 18) it was observed that
antibodies as described herein conferred measurably higher levels of CD25 or CD69 or CD107a levels on
target V61+ T-cells. Optionally, the change in phenotype of a V&1+ cell or population thereof tested in the
model system can then be compared to the change in phenotype when an alternative comparator antibody
is applied (e.g. OKT-3, TS8.2, etc.) to said equivalent yd T cells.

Hence in one aspect of the invention, there is provided a method of assessing an antibody or antigen-
binding fragment thereof which binds to the V81 chain of a yd TCR for therapeutic use comprising
administering the antibody or antigen-binding fragment thereof to a cell population comprising V81+ cells
and determining the effect on the level of CD25 and/or CD69 and/or CD107a on the surface of the Vo1+
cells. The effect on the level of CD25, CD69 and/or CD107a may be determined/measured over a period
of time. It will be understood that the effect can be measured in comparison to the level of CD25 and/or
CD69 and/or CD107a on the surface of the V81+ cell when said antibody is not applied to said cell over the
same period of time. In a further aspect of the invention there is provided a method of selecting or
characterizing or comparing the multispecific antibodies or antigen-binding fragments thereof as described
herein which bind to the V&1 chain of a yd TCR by adding said antibodies to a cell population comprising
Vd1+ cells and then measuring the level (or expression) of CD25 or CD69 or CD107a on the surface of
said Vd1+ cells.

Medicaments that modulate growth properties or numbers of V31+ cells

The antibody or antigen-binding fragment thereof may modulate the growth properties of V61+ cells upon
administration to a patient. For example, the antibody or antigen-binding fragment thereof may expand
o1+ cells.

An alternate approach to measuring yd T proliferation may include measuring the change in relative number

of V&1+ cells over time when applying an antibody or antigen-binding fragment thereof as described herein

to model systems containing said cells. Surprisingly, during such assessments it was observed that

218



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

antibodies as described herein where able to measurably increase the number of said V&1+ T-cells (e.g.
see e.g. Example 10, 17 and 18), Optionally this change in number can then be compared to the change
in number observed when an alternative comparator antibody is applied (e.g. anti-OKT3) to said model

systems.

Hence in another aspect of the invention, there is provided a method of assessing an antibody or antigen-
binding fragment thereof which binds to the V81 chain of a yd TCR comprising administering the antibody
or antigen-binding fragment thereof to a cell population comprising V51+ cells and determining the effect
on the number of \V81+ cells in the population. The effect on cell number can be determined/measured over
a period of time. It will be understood that the effect can be measured in comparison to the effect on cell
numbers observed when said antibody is not applied to the cell population for the same period of time. In
a further aspect of the invention there is provided a method of selecting or characterizing or comparing
antibodies or antigen-binding fragment thereof as described herein which bind to the V81 chain of a y&
TCR by applying said antibodies to a cell population comprising V61+ cells and then measuring the number

of said cells over time.

Medicaments that modulate the proliferative capacity and numbers of V&1+ cells

An ideal therapeutic antibody or antigen-binding fragment thereof as described herein which binds to the
V01 chain of a yd TCR may be one that is capable of enhancing the proliferation of V31+ cells in vivo. Such
antibodies can then be employed as medicaments designed to specifically increase the V61+ cell number
in a subject or patient. For example:

Cancer:

Relative increases in the numbers of Vd1+ cells have been reported as a positive prognostic indicator
associated with improved outcomes for many cancer (for example see Gentles et al (2015) Nature
Immunology 21: 938-945; Wu et al. (2019) Sci. Trans. Med. 11(513): eaax9364; Catellani et al. (2007)
Blood 109(5): 2078-2085). In one embodiment, presented herein is a medicament capable of increasing

the relative or absolute numbers of V81+ cells in situ within in a cancer patient.

Pathogenic/Parasitic/Viral Infections.

Vd1+ cell enrichment is observed during host defense against numerous acquired pathogenic/parasitic/viral
infections. For recent general review see Zhao et al. (2018) Immunol. Res. 2018:5081634. Furthermore,
increased numbers 61+ are also considered protective against a variety of DNA and RNA viral infections.
For example, increased numbers are also considered protective during CMV infections associated with
allogeneic transplants (see van Dorp et al. (2011) Biology of Blood and Marrow Transplantation 17(2):
S217). Additionally, V&+ cell numbers increase in patients with coronavirus infection (Poccia et al. (2006)
J. Infect. Dis. 193(9): 1244-1249).

In another embodiment, presented herein is a medicament capable of increasing the relative or absolute

numbers of V81+ cells in a subject or patient harboring a pathogenic infection.
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Stem Cell Transplant:

Increased numbers of V81+ cells have also been associated with less disease relapse, fewer viral
infections, higher overall and disease-free survival and favorable clinical outcomes in general during
hematopoietic stem cell transplant (for example see Aruda et al. (2019) Blood 3(21): 3436-3448 and see
Godder et al. (2007) Bone Marrow Transplantation 39: 751-757). Hence another embodiment, presented
herein is a medicament capable of increasing the relative or absolute numbers of V&1+ cells in a subject

as part of a treatment regimen supporting a stem cell transplant.

Consequently, a medicament capable of preferentially or specifically increasing the numbers of V&1+ cells
in-situ is highly desirable.

Medicaments that maintain or induce or increase Vd1+ cell cytokine secretion

Cytokines are a large group of proteins, peptides or glycoproteins that are secreted by specific cells of
immune system. They are a category of signaling molecules that mediate and regulate immunity,
inflammation, and hematopoiesis. A number of cytokines have been implicated in ameliorating signs and
symptoms of disease through either direct or indirect modulation of the tumour and cellular
microenvironment, autoimmune tissue and associated microenvironment, or virally infected tissue or
cellular environment. Exemplar pro-inflammatory cytokines include tumour necrosis factor-alpha (TNFa)

and Interferon-gamma (IFNy).

However, many such cytokines exhibit unfavourable toxicity when dosed systemically. For example, whilst
TNFa can induce the haemorrhagic necrosis of transplanted tumours, and has been reported to exert
synergic anti-tumour effects when combined with other chemotherapeutic drugs, various clinical trials with
systemic recombinant human TNFa (rhTNFa) have highlighted significant dose limiting side effects
inclusive of hypotension, rigors, phlebitis, thrombocytopenia, leucopenia and hepatotoxicity, fever, fatigue,
nausea/vomiting, malaise and weakness, headache, chest tightness, low back pain, diarrhoea and
shortness of breath.

Use of recombinant IFNy also faces similar systemic toxicity challenges. For example, whilst in a cancer
setting IFNy can exert favorable pleiotropic effects including MHC class | and Il upregulation to stimulate
anti-tumour immunity, increasing T-cell infiltration, conferring anti-angiogenesis effects, inducing
chemokine / cytokine secretion, and exerting direct cancer cell anti-proliferative effects, adverse side-
effects are also observed. These include fever, headache, chills, fatigue, diarrhoea, nausea, vomiting,
anorexia, transient increases in hepatic transaminase, and transient decreases in granulocyte and

leucocyte counts.

For a recent review on both the potential and limitation of systemic recombinant TNFa and IFNy see Shen
et al. (2018) Cell Prolif. 51(4): e12441.

Hence there is a need for more in situ controlled, more localized, more tissue or cell specific production of

such cytokines. For example, more controlled expression or induction of pro-inflammatory cytokines is
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proposed as one approach whereby “cold” tumours can be turned “hot”. Hot tumours are also sometimes
termed “T-cell-inflamed” because of an increase in the number or density of CD45+ T-cells also observed.

See Bonaventura et al. (2019) Front. Immunol. 10: 168 for a recent review.

For such reasons, an ideal therapeutic antibody or antigen-binding fragment thereof as described herein
which binds to the V&1 chain of a yd TCR may be one that can maintain or enhance or induce the secretion
of cytokines in V31+ cells in vivo. Such antibodies can then be employed as medicaments designed to
specifically increase or induce cytokines in a subject or patient and in a more localized, less systemic

manner and one which better correlates with the distribution of V81 +cells in said subject or patient.

Remarkably, when antibodies as described herein which bind to the the V81 chain of a yd TCR are applied
to Vd1+ cells, a significantly higher level of secreted cytokines are observed. More specifically, and as a

non-limiting example, a significant higher level of TNFa and IFNy is observed. See e.g. Example 15.

Hence in another aspect of the invention, there is provided a method of assessing an antibody or antigen-
binding fragment thereof which binds to the V&1 chain of a yd TCR comprising administering the antibody
or antigen-binding fragment thereof to a cell population comprising V81+ cells and determining the amount
of at least one cytokine produced by the cell population. The amount of cytokine produced can be
determined/measured over a period of time and optionally compared to the amount observed when said
antibody is not applied to the cell population for the same period of time. In one embodiment, the observed
level of cytokine produced when the antibody is administered to the cell population is more than about
10%, more than about 20%, more than about 30%, more than about 50%, more than about 100%, more
than about 150%, more than about 200%, more than about 250%, more than about 300%, more than about
350%, more than about 400%, more than about 450%, more than about 500%, more than about 1000%,
relative to the level of cytokine produced when the antibody is not applied. In a further aspect of the
invention, the cytokine is a pro-Inflammatory cytokine. In a further aspect of the invention, the cytokine is

the TNF-a cytokine. In a further aspect of the invention, is IFN-y cytokine.

In a further aspect of the invention there is provided a method of selecting or characterizing or comparing
antibodies or antigen-binding fragment thereof as described herein which bind to the V31 chain of a yd
TCR by applying said antibodies to a cell population comprising V61+ cells and then measuring the level
of at least one cytokine generated. In a further aspect of the invention the cytokine measured is TNF-a
cytokine and/or IFN-y cytokine.

In a further aspect of the invention, there is provided a method of assessing an antibody or antigen-binding
fragment thereof which binds to the V81 chain of a yd TCR by applying said antibody or antigen-binding
fragment thereof to a cell population comprising V81+ cells and measuring the effect of the antibody on
modulating a colder or cold tumour to become a hotter or hot tumour by determining the quantity of
proinflammatory cytokines produced and/or the number or density of CD45+ T-cells present in the tumour

or tumour microenvironment.
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Medicaments that maintain or induce or increase Vd1+ cell Granzyme B activity

Granzyme B is a serine protease commonly found in the granules of natural killer cells (NK cells) and
cytotoxic T cells. It is secreted by these cells along with the pore forming protein perforin to mediate
apoptosis in target cells, such as diseased cells.

When V51+ cells are incubated in co-cultures with target diseased cells (such as cancer cells) in model
systems, levels of Granzyme B levels and activity can be measured in the target diseased cells ahead of
lysis. Remarkably when an antibody or antigen-binding fragment thereof as described herein which binds
to the V81 chain of a yd TCR is then applied to such co-cultures of Vd1+ cells and cancer cells in such
model systems, higher Granzyme B levels and activity are then observed in the diseased cancer cells
ahead of cell death (see e.g. Example 16).

Hence in another aspect of the invention, there is provided a method for assessing an antibody or antigen-
binding fragment thereof which binds to the V31 chain of a yd TCR comprising administering the antibody
or antigen-binding fragment thereof to a co-culture comprising V&1+ cells and diseased cells (such as
cancer cells) and measuring the effect on the amount of Granzyme B produced by the diseased cells in the
co-culture. The amount of cytokine produced can be determined/measured over a period of time and
optionally compared to the amount observed when said antibody is not applied to said co-cultures for the
same period of time. In one embodiment, the level of Granzyme B measured when said antibody is applied
to said co-culture is more than about 10%, more than about 20%, more than about 30%, more than about
40%, more than about 50%, more than about 70%, more than about 80%, more than about 90%, more than
about 100%, more than about 200%, relative to the Granzyme B level observed when said antibody is not
applied.

In a further aspect of the invention there is provided a method of selecting or characterizing or comparing
antibodies or antigen-binding fragment thereof as described herein which bind to the V31 chain of a y&
TCR by applying said antibodies to a co-culture comprising V81+ cells and diseased cells and then

measuring the quantity or activity of Granzyme B in the diseased cell.

Medicaments that expand polyclonal V51+ cell populations

An ideal antibody medicament may also be one designed to ensure the expanding V81+ cells do not
become too clonally focused at the hypervariable CDR3 sequence level. Hence an ideal antibody
medicament may be designed such to avoid inducing proliferation V81+ cells by binding to specific or
‘private’ 61+ CDRS3 sequence paratopes. Rather, the antibody may bind via conserved germline sequences
present on all Vd1+ T cell receptors and in a gamma-chain independent manner, rather than bind to
sequences presented only a sub-set of Vd1+ cells.

Hence an ideal antibody medicament may stimulate the expansion Vd1+ cells to generate a plurality of

81+ cells containing a mixture of CDR3 sequences. This in turn would result in an in vivo expanded

heterogenous polyclonal population of V81+ cells displaying different CDR3 sequences on delta variable 1
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chains. Remarkably, during analysis of expanded V&1+ cell populations generated by a method of adding
an antibody or antigen-binding fragment thereof as described herein to a starting population of immune
cells containing Vd1+ cells, extensive polyclonality is observed by RNAseq based methodologies designed

to sequence through the CDR3 hypervariable regions of RNA extracted (see e.g. Example 10).

Accordingly in one aspect, there is provided a method of assessing an antibody or antigen-binding fragment
thereof which binds to the V31 chain of a yd TCR comprising administering the antibody or antigen-binding
fragment thereof to a cell population comprising Vd1+ cells and determining the polyclonality of the
expanded Vo1+ cells. It is desirable for an antibody medicament to generate an expanded polyclonal
population containing a plurality of V31+ CDR3 sequences. Polyclonality can be determined using methods
known in the art, such as by nucleic acid sequencing approaches capable of analysing the V&1 chain
hypervariable CDR3 content of said V81+ cells.

Medicaments that expand polyclonal V51+ cells for extended periods of time

An ideal antibody medicament may be able to enhance or promote or stimulate the proliferation of primary
Vd1+ cells without exhausting such cells in vivo. For example, and by way of comparison, anti-CD3
medicaments such as OKT3 (e.g. Muronomab), whilst capable of expanding CD3 positive T-cells may also
exhaust or induce anergy. To assess the capacity of antibodies as described herein and which bind to the
V81 chain of a yd TCR to drive continued cell division of viable Vd1+ cells, longer term proliferation studies
were undertaken. Remarkably these studies revealed that antibodies as described herein and which bind
to the V&1 chain of a yd TCR are capable of driving cell division/proliferation of viable and still functionally

cytotoxic Vd1+ cells for over 40 days (see e.g. Example 10).

In one embodiment, there is provided a method of assessing an antibody or antigen-binding fragment
thereof which binds to the V81 chain of a yd0 TCR comprising applying the antibody or antigen-binding
fragment thereof to a cell population and monitoring the length of time V81+ cell division occurs. Ideally,
the antibody is capable of stimulating VVd1+ cell division for a period of 5 to 60 days, such as at least 7 to
45 days, 7 to 21 days, or 7 to 18 days.

In a further embodiment, there provided an antibody or antigen-binding fragment thereof as described
herein which binds to the V&1 chain of a yd TCR and which when administered to a patient is capable of
stimulating Vd1+ cell division to increase the number by at least 2-fold in number, at least 5-fold in number,
at least 10-fold in number, at least 25-fold in number, at least 50-fold in number, at least 60-fold in number,
at least 70-fold in number, at least 80-fold in number, at least 90-fold in number, at least 100-fold in number,
at least 200-fold in number, at least 300-fold in number, at least 400-fold in number, at least 500-fold in
number, at 600-fold in number, or at least 1,000-fold in number.

In a further aspect of the invention there is provided a method of selecting or characterizing or comparing
antibodies or antigen-binding fragment thereof as described herein which bind to the V81 chain of a yd
TCR by applying said antibodies to V81+ cells or mixed cell population containing V81+ cells and then

measuring V61+ cell numbers over time.
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Medicaments that modulate non-Vd1+ immune cells through targeting V81+ immune cells

An antibody or antigen-binding fragment thereof as described herein may also be assessed by measuring
81+ cell mediated modulation of other immune cells. For example, a change observed in a non-yd T cell
fraction’ can be measured following application of an antibody or antigen-binding fragment thereof as
described herein to a model system comprising mixed population of immune cells such as one comprising
human tissue af cells and yd T cells. Further, the effect on non-yd cell types in said models can be
measured by flow cytometry. For example, by measuring the relative change in numbers of CD8+ o T
cells upon addition of an antibody or antigen-binding fragment thereof as described herein to mixed cultures
comprising yd T cells and non-yd T cells. Optionally, the observed change in number or phenotype of a
non-yd T-cell CD8+ lymphocyte population can then be compared to the change in number when an

alternative comparator antibody is applied (e.g. OKT-3) to said mixed population.

Hence in another aspect of the invention, there is provided a method of assessing an antibody or antigen-
binding fragment thereof which binds to the V&1 chain of a yd TCR comprising administering the antibody
or antigen-binding fragment thereof to a mixed population of immune cells or tissues comprising V&1+ cells
and Vd1-negative immune cells and measuring the effect on the V&1-negative immune cells. The effect
can be determined/measured over a period of time and optionally compared to the effect observed in V61-
negative cells when said antibody is not applied for the same period of time. The effect may be measured
as a change in the number of V81-negative immune cells. For example, the antibody may increase the
number V61-negative immune cells by more than about 10%, more than about 20%, more than about 30%,
more than about 40%, more than about 50%, more than about 70%, more than about 80%, more than
about 90%, more than about 100%, more than about 500%, relative to the levels observed when said
antibody is not applied.

In a further aspect of the invention the modulated V&1-negative cell is a CD45+ cell. In a further aspect of
the invention the modulated cell is a af T-cell. In a further aspect of the invention the modulated af+ cell
is CD8+ lymphocyte. In a further aspect of the invention the modulated aB T-cell, or population thereof,
exhibits evidence of enhanced cell division. In a further aspect of the invention there is provided a method
of selecting or characterizing or comparing antibodies or antigen-binding fragment thereof as described
herein which bind to the V81 chain of a yd TCR by administering said antibodies to a population of mixed
immune cells comprising V81+ cells and Vd1-negative immune cells and then measuring an effect
conferred on the V81-negative cell population by Vd1+ cells modulated by said multispecific antibodies or
antigen-binding fragments thereof.

Optionally, and during “Vd1+ cell mediated immune system modulation” as conferred by an antibody or
antigen-binding fragment thereof as described herein, a concomitant increase in Vd1+ cell number is also
observed. And whilst not being bound by this theory, it is possible that said increase in V81+ cell number
may be causal in driving the concomitant expansion of co-present V61-negative immune cells, such as o
T-cells. An alternate hypothesis may be that antibody-induced cytokine secretions from the V81+ T cells

stimulate the expansion of V&1-negative immune cells.
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In a further aspect of the invention the observed increase in a+ CD8+ lymphocyte population is compared
to a comparator antibody such as OKT3 antibody or alternate anti-V61 antibody. In a further aspect of the
invention there is provided a method of selecting or characterizing or comparing antibodies or antigen-
binding fragment thereof as described herein which bind to the V81 chain of a yd TCR by applying said
antibodies to a population of mixed immune cells comprising V81+ T-cells and af T-cells and then

measuring the numbers of CD8+ a+ T-cells lymphocytes over time.

Medicaments that modulate Tumour Infiltrating Lymphocytes (TILs)

An antibody or antigen-binding fragment thereof as described herein may also be assessed by measuring
the effect conferred on tumour-infiltrating populations (TILs) in model systems. Surprisingly (see e.g.
Example 18) during such assessments antibodies as described herein measurably modulated TIL
populations in human tumours. For example, a change in either the number or phenotype of yd+ lymphocyte
TIL population or the non-y8 lymphocyte TIL population is measured following application of an antibody or
antigen-binding fragment thereof as described herein to a human tumour such as a human renal cell
carcinoma. Optionally, the observed change in number or phenotype of either the yd+ lymphocyte TIL
population or non-yd lymphocyte TIL population can then be compared to the change observed when an

alternative comparator antibody is applied (e.g. OKT-3) to said model system.

Hence in another aspect of the invention, there is provided a method of assessing an antibody or antigen-
binding fragment thereof which binds to the V81 chain of a yd TCR comprising administering the antibody
or antigen-binding fragment thereof to TILs located in, or derived from, a human tumour and determining
the effect on the number of TILs. The effect can be determined/measured over a period of time and
optionally compared to the TIL number observed when said antibody is not applied over the same period
of time. The effect may be an increase in the number of TILs. For example, the antibody may increase the
number of TILs more than about 10%, more than about 20%, more than about 30%, more than about 40%,
more than about 50%, more than about 70%, more than about 80%, more than about 90%, more than
about 100% relative to the number of TILs observed when said antibody is not applied. In a further aspect,
the TILs in which the number observed are yd+ lymphocyte TIL cells and/or non-y3 lymphocyte TIL cells.

In a further aspect of the invention there is provided a method of selecting or characterizing or comparing
antibodies or antigen-binding fragment thereof as described herein which bind to the V31 chain of a y8
TCR cells antibodies by applying said antibodies to TIL or TILs located in or derived from a human tumour
and then measuring the change in number of TIL or TILs cells over a period of time.

Medicaments that modulate human V&1+ cytotoxicity
An antibody or antigen-binding fragment thereof as described herein may also be assessed by measuring
the conferred effect on V&1+ mediated cell cytotoxicity. Surprisingly, during such assessments of antibodies

as described herein (e.g. see e.g. Examples 19 and 27) measurably enhanced Vd1+ mediated cell

cytotoxicity was observed. For example, a reduction in the number of cancer cells or an increase in the
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number of killed cancer cells is observed following application of an antibody or antigen-binding fragment
thereof to a model system comprising a mixed culture comprising V81+ cells and said cancer cells.
Optionally, the reduction in the number of cancer cells or the increase in the number of killed cancer cells
can then be compared to the outcome when an alternative comparator antibody is applied (e.g. OKT-3) to
said model systems.

Hence in another aspect of the invention, there is provided a method of assessing an antibody or antigen-
binding fragment thereof which binds to the V81 chain of a yd TCR comprising applying the antibody or
antigen-binding fragment thereof to a mixed population of cells comprising V&1+ cells and cancer cells and
measuring the cytotoxicity of the V&1+ cells towards the cancer cells. The cytotoxicity may be measured
by an increase in the number of dead cancer cells over a period of time, optionally compared to the number
of dead cancer cells observed when said antibody is not applied to the mixed population of cells over the
same period of time. For example, the observed increase in dead cells when said antibody is applied may
be more than about 10%, by more than about 20%, by more than about 30%, by more than about 40%, by
more than about 50%, more than about 70%, more than about 80%, more than about 90%, more than
about 100%, more than about 200%, more than about 500%, relative to the number of dead cells observed
when said antibody is not applied.

In a further aspect of the invention there is provided a method of selecting or characterizing or comparing
antibodies or antigen-binding fragment thereof as described herein which bind to the V31 chain of a y&
TCR cells by adding said antibodies to said population of mixed immune cells comprising human V&1+ cells

and cancer cells and then measuring an increase in dead cancer cells overtime.

Medicaments that modulate V31+ cell target-to-effector cell ratios (T:E Ratios)

An antibody or antigen-binding fragment thereof as described herein may also be assessed by measuring
how said antibodies enhance V&1+ mediated cancer cell cytotoxicity by determining the target cell to
effector cell ratio wherein the 50% of the target cells (EC50) are killed in a model system to assess said
antibodies as potential medicaments. For example, mixed cultures comprising target cancer cells with
human Vd1+ effector cells. Surprisingly, during such assessments (e.g. see e.g. Example 19) antibodies
as described herein favourably modify the EC50 T:E ratio in model systems. Such modifications can be
measured as numbers of V81+ cells required to observe 50% killing of cancer cells over a set time. This
can also be reported as change or as fold-improvements or as percent-improvements in cytotoxicity towards
said cancer cells. Optionally, the T:E ratio conferred by antibodies of this invention can then be compared
to the T:E ratios when an alternative comparator antibody is applied (e.g. OKT-3) to said model systems.
In some scenarios, the multispecific antibodies of the invention present opportunities for improved cancer
cell cytotoxicity even at lower E:T ratios, compared to monospecific antibodies.

Hence in another aspect of the invention, there is provided a method of assessing an antibody or antigen-
binding fragment thereof which binds to the V31 chain of a yd TCR comprising applying the antibody or
antigen-binding fragment thereof to a mixed population of cells comprising human Vd1+ cells and cancer

cells and measuring the number of V61+ cells required to kill 50% of the cancer cells. This may be

226



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

measured relative to the number V81+ cells required to Kill 50% of cancer cells without application of said
antibody, optionally over the same period of time. For example, the reduction in the number of V81+ cells
required to kill 50% of the cancer cells when said antibody is applied may be greater than about 10%,
greater than about 20%, greater than about 30%, greater than about 40%, greater than about 50%, greater
than about 70%, greater than about 80%, greater than about 90%, greater than about 100%, greater about
200%, greater than about 500%, relative to the number of V61+ cells required to kill 50% of the cancer cells

when said antibody is not applied.

In a further aspect of the invention there is provided a method of selecting or characterizing or comparing
antibodies or antigen-binding fragment thereof as described herein which bind to the V31 chain by adding
said antibodies to said population of cells comprising V81+ cells plus cancer cells and then measuring the
numbers of V81+ cells required to kill 50% of the cancer cells.

Medicaments which enhance Vd1+ cell EC50 cytotoxicity

An alternate way to measure the observed enhanced cytotoxicity of human V1+ cells or population thereof
is to measure the number of cells required to kill 50% of the cancer cells over a set period of time in condition
A (such as starting control) and compare this to the number of cells required to Kill 50% of the cancer cells
over a set period of time in condition B (such as upon application of antibody of the invention as described

herein).

Whilst it is recognized that there are a variety of ways to measure such parameters, to aid in understanding,

the following non-limiting hypothetical example will be outlined:

Hypothetically, effector cell cytotoxicity enhancement can be measured as follows:- In condition A (control
treatment) it is observed that 1000 V&1+ cells are required to Kill 50% of the cancer cells over a set period
of time (e.g. 5 hours). In condition B (e.g. application of antibody of the invention described herein) it is
observed that 500 &1+ cells were required to kill 50% of the cancer cell over the same period of time.
Hence in this example, the application of an antibody has enhanced the cytotoxicity of the Vd1+ cell
population by 200%:

(1000/500) x 100=200%

For example (see e.g. Examples 19 to 21), surprisingly such percentage enhancements have been

observed for multispecific antibodies of the invention as described herein.

In a further aspect of the invention there is provided a method of selecting or characterizing or comparing
antibodies or antigen-binding fragment thereof as described herein which bind to the Vd1 chain of a yd
TCR by adding said antibodies to said population of mixed immune cells comprising V&1+ cells and cancer
cells and determining the relative or percent-change in cytotoxicity versus an equivalent or control

experiment wherein there is no application of said antibody to said mixture of cells.
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Medicaments which enhance V&1+ cells diseased-cell specificity whilst sparing healthy cells

Another approach to assess multispecific antibodies or antigen-binding fragments thereof as described
herein is to measure how said antibodies modulate diseased-cell specific cytotoxicity. Surprisingly during
such studies, it was discovered such antibodies can specifically enhance the V51+ cell specific killing of
diseased-cells such as cancer cells (e.g. see e.g. Examples 19 and 27) whilst sparing healthy or non-
diseased cells. Ideal antibody medicaments administered to a patient to ameliorate a symptom of cancer
will confer enhanced cytotoxicity specifically towards diseased cells whilst sparing healthy cells. And
medicaments which enhance effector cell cytotoxicity specifically towards diseased cells, such as cancer
cells, can be said to exhibit an enhanced therapeutic index (TI) over medicaments which do not selectively
enhance effector cell cytotoxicity specifically towards said diseased cells. The therapeutic index is also
referred to as therapeutic ratio and is a quantitative measurement of the relative safety of a drug. It is a
comparison of the amount of a therapeutic agent that causes the therapeutic effect to the amount that
causes toxicity e.g. by conferring undesirable death in related or relevant healthy cell populations. An
antibody or antigen-binding fragment thereof as described herein may be assessed by measuring its ability
to change or to enhance or to fold-improve Vd1+ cell capacity to selectivity kill diseased cells over and
above healthy cells in model systems. For example, said model systems may comprise Vo1+ effector cells,
cancer cells, and control cells (such as healthy cells). Optionally, the fold-improvement in selective
diseased-cell killing conferred by multispecific antibodies of the invention can then be compared to the fold-
improvement observed when an alternative comparator antibody is applied (e.g. OKT-3) to said model

systems.

The diseased-cell specificity and diseased-cell specificity-enhancement of V61+ cells can be measured in
cultures comprising V81+ cells, diseased cells, and healthy cells. For example, V81+ specificity towards
diseased cells can be measured by observing the number of cancer cells killed by the Vd1+ cells and then
comparing the number of healthy cells killed by the 81+ cells. Such comparisons can be controlled by
including equivalent numbers of diseased cells and healthy cells in a model system also containing V&1+
cells e.g. “tricultures”. Alternative comparison methodology can also be considered - for example when
analytical or equipment limitations reduce the ability to distinguish and track all three cell types or more in
parallelin a single assay (inclusive of Vd1+ cells, diseased cells, and non-diseased cells). In said instances,
comparing V01+ cell cytotoxicity towards diseased cells in one experiment and then comparing V&1+ cell
cytotoxicity towards healthy cells in a separate equivalent experiment offers an alternate approach to such
studies.

In another aspect of the invention, there is provided a method of assessing an antibody or antigen-binding
fragment thereof which binds to the V31 chain of a yd TCR comprising administering the antibody or
antigen-binding fragment thereof to a cell population comprising V81+ cells and target cells and measuring
the cell cytotoxic specificity towards the target cells. In one embodiment, the cell cytotoxicity specificity to
a first target cell type can be compared to the cytotoxicity observed towards a second target cell type,
therefore the method may be repeated using different target cell types. In a further aspect of the invention
the first target cell type is a diseased cell and the second target cell type is a control cell such as a healthy

cell or a cell with a different disease to the first target cell type.
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In a further aspect of the invention there is provided a method for selecting or characterizing or comparing
antibodies or antigen-binding fragment thereof as described herein which bind to the V81 chain of a y&
TCR wherein the effect conferred by said antibody on VV81+ cell cytotoxicity towards (i) a first cell type and
(i) a second cell type is measured and compared. In a further aspect of the invention an antibody is thereby
selected which enhances the specific cytotoxicity towards the first cell type more so than towards the
second cell type. In a further aspect of the invention the first cell type is a diseased-cell and the second cell

type is a healthy cell.

As described herein, the multispecific antibodies or antigen-binding fragments thereof used in the assays
may be presented on a surface, for example the surface of a cell, such as a cell comprising an Fc receptor.
For example, the multispecific antibodies or antigen-binding fragments thereof may be presented on the
surface of THP-1 cells, such as TIB-202™ cells (available from American Type Culture Collection (ATCC)).
Alternatively, the multispecific antibodies or antigen-binding fragments thereof may be used directly in the

assays.

In such functional assays, output may be measured by calculating the half maximal concentration, also
referred to as “EC50” or “effective concentration at 50 percent”. The term "IC50" refers to the inhibitory
concentration. Both EC50 and IC50 may be measured using methods known in the art, such as flow
cytometry methods. In some instances, EC50 and IC50 are the same value or can be considered
equivalent. For example, the effective concentration (EC) of effector cells required to inhibit (e.g. kill) 50%
of a certain cell type may also be considered the 50% inhibitory concentration (IC). For the avoidance of
doubt, the values of EC50 in the present application are provided using 1gG1 formatted antibody when
referring to an antibody. Such values can be easily converted based on the molecular weight of the antibody
format for equivalent values as follows:

(ug/ml) / (MW in kDa) = uM

The EC50 for downregulation of the yd TCR upon antibody (or fragment) binding for the parental clones
described herein may be less than 0.50 pg/ml, such as less than 0.40 pg/ml, 0.30 ug/ml, 0.20 pg/ml, 0.15
pg/ml, 0.10 pg/ml, 0.06 pg/ml or 0.05 pg/ml. In a preferred embodiment, the EC50 for downregulation of
the yd TCR upon antibody (or fragment) binding is less than 0.10 pg/ml. In particular, the EC50 for
downregulation of the yd TCR upon antibody (or fragment) binding may be less than 0.06 pg/ml, such as
less than 0.05 pg/ml, 0.04 ug/mil or 0.03 ug/ml. In particular, said EC50 values are when the antibody is
measured in an IgG1 format. For example, the EC50 yd TCR downregulation value can be measured using
flow cytometry (e.g. as described in the assay of e.g. Examples 6 and 27).

The EC50 for yd T cell degranulation upon antibody (or fragment) binding may be less than 0.050 pg/ml,
such as less than 0.040 pg/ml, 0.030 pg/ml, 0.020 pg/ml, 0.015 ug/ml, 0.010 ug/ml or 0.008 ug/ml. In
particular, the EC50 for yd T cell degranulation upon antibody (or fragment) binding may be less than 0.005
pg/ml, such as less than 0.002 pg/mil. In a preferred embodiment, the EC50 for yd T cell degranulation upon

antibody (or fragment) binding is less than 0.007 pg/ml. In particular, said EC50 values are when the
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antibody is measured in an IgG1 format. For example, the yo T cell degranulation EC50 value can be
measured by detecting CD107a expression (i.e. a marker of cell degranulation) using flow cytometry (e.g.
as described in the assay of Example 7). In one embodiment, CD107a expression is measured using an
anti-CD107a antibody, such as anti-human CD107a BV421 (clone H4A3) (BD Biosciences).

The EC50 for yd T cell killing upon the antibody (or fragment) binding may be less than 0.50 pyg/ml, such
as less than 0.40 pg/ml, 0.30 pg/ml, 0.20 pg/ml, 0.15 pg/ml, 0.10 pg/ml or 0.07 pg/ml. In a preferred
embodiment, the EC50 for y6 T cell killing upon the antibody (or fragment) binding is less than 0.10 pg/mi.
In particular, the EC50 for y& T cell killing upon the antibody (or fragment) binding may be less than 0.060
pg/ml, such as less than 0.055 pg/ml, in particular less than 0.020 pg/ml. In particular, said EC50 values
are when the antibody is measured in an IgG1 format. For example, the EC50 y6 T cell killing value can be
measured by detecting proportion of dead cells (i.e. using a cell viability dye) using flow cytometry following
incubation of the antibody, yo T cell and target cells (e.g. as described in the assay of Example 8). In one
embodiment, death of the target cell is measured using a cell viability dye is Viability Dye eFluor™
520 (ThermoFisher).

In the assays described in these aspects, the antibody or antigen-binding fragment thereof may be
presented on the surface of a cell, such as a THP-1 cell, for example TIB-202™ (ATCC). The THP-1 cells
are optionally labelled with a dye, such as CellTracker™ Orange CMTMR (ThermoFisher).

Medicaments that downregulate CD3 molecules associated with a V51 TCR.

Presented herein are antibodies which engage the T-cel/CD3 complex differently. Specifically, these
antibodies can engage via the TRDV1 domain of V81 TCRs expressed only on V&1+ cells. In doing so such
medicaments function differently. In turn this engagement event can downregulate TCR-associated CD3
molecule complexes. Such CD3 downregulation can be synonymous with T-cell activation. However, by
engaging the T-cell/CD3 complex via the TRDV1 domain in this way, only CDR3 molecules associated with
the V&1 TCR are then downregulated. This mechanism is clearly shown in Figure 29.

Hence in one embodiment there is provided a method of downregulating a TRDV1-containing V81 TCR
and the associated CD3 molecule complex on the surface of a cell with an antibody, and the use of such

antibodies for this purpose.

In some embodiments, also presented herein are multispecific TCEs capable of engaging the T-cell/CD3
complex via the TRDV1 domain. Current multispecific TCE-formatted medicaments typically engage and
activate a T-Cell via CD3 binding events. This can result in downregulation of CD3 molecule complexes
from the surface of a T-cell. However, it also well understood that TCEs can also over-stimulate T-cells via
such engagement and downregulation. CD3 molecule complexes are not specific to one class of T-cell and
are therefore not a precise target to aim for. Stimulating all T-cells (mainly aB subtype) via CD3 can in turn
can result in overproduction of cytokines, leading to acute cytokine flares (so-called cytokine storms).
Additionally, in non-targeted approaches which engage and activate all T-cells via CD3, paradoxically the

T-cells can become overactivated which leads to chronic T-cell exhaustion and/or T-cell death. Indeed, this
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non-specific pan T cell activation leads to activation of both effector and regulatory T cells whereas the
presently presented approach interacts specifically with an effector population.. This ‘sledge-hammer’

approach is therefore far from ideal when one may wish to upregulate selective T-cells only.

By contrast, presented herein are multispecific antibodies, in particular T-cell engagers, which engage the
T-cell/lCD3 complex differently. Specifically, these TCEs can engage via the TRDV1 domain of V61 TCRs
expressed only on Vd1+ cells. In doing so such TCE-based medicaments function differently. First, these
TCEs are able to down-regulate a TCR via engaging a TRDV-1 epitope. In turn this engagement event
downregulates TCR-associated CD3 molecule complexes. Such CD3 downregulation can be synonymous
with T-cell activation. However, by engaging the T-cell/CD3 complex via the TRDV1 domain in this way,
only CDR3 molecules associated with the V&1 TCR are then downregulated. This approach of specifically
targeting and activating V01 cells allows many of the above issues (cytokine storms, T-cell
exhaustion/depletion and ADCC, for example) to be avoided. Again, this mechanism is clearly shown in
Figure 29.

Stimulation of T-cells via the CD3 ‘sledge-hammer’ approach can also contribute to depletion of T-cells via
Fc gamma receptor driven mechanisms, such as ADCC. Therefore, the majority of the CD3-targeting
bispecific antibodies currently in clinical practice have Fc domains with reduced binding activity to FcyR or
are bispecific fragments intentionally without the Fc region. CD3-targeting therapies may also have reduced

binding affinity of the T-cell receptor complex binding arms.

This reduction in affinity may result in reduced efficacy and less optionality in terms of TCE design and
functionality. For example, affinity of the binding domains in such TCEs is known to drive distribution profile
in vivo. Specifically, it is typically observed that TCE distribution is biased towards its highest affinity target.
Hence, by reducing the affinity of a TCE binding domain to the T-cell complex, it is typical to then bias
distribution away from T-cells; the very cells needed to drive efficacy of such TCEs. It is partly for such
reasons that TCE therapeutic windows have been termed ‘prohibitively narrow’. The approach presented
here specifically targets and activates v81 cells, avoiding the need to ablate Fc function or reduce affinity.
This is shown, for example, in Figure 37 and Example 15, which demonstrates the potential to further
reduce dose-limiting skin toxicities relative to higher affinity EGFR variants of this invention, for example.

Additionally, in the approach presented here, the antibodies engage on the TCR of vd1 cells but full
activation does not occur unless tumour cells are also present. Full engagement of the presently presented
antibodies on the TCR leads to partial downregulation and the v61 cells bound by the presently presented
antibodies only become fully activated and become cytotoxic in the tumour microenvironment. This
represents another vital safety advantage for the present approach, since off target cytotoxicity is reduced
and the full potency of the present antibodies to activate vd1 cells is only unleashed in the presence of

tumour cells.

One mechanism behind yb T cells being able to detect stress signals on tumour cells is believed to be due

to the NCRs (natural cytotoxicity receptors) they express. The NCRs are able to engage NCR ligands on
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tumour cells. A dual mechanism of activation is therefore employed, wherein the yd T cells are activated

via TCR stimulation and the NCRs sense the tumour cells to enable full activation and cytotoxicity.

This is in contrast to stimulation of aR T cells via CD3, wherein all stimulation is via the TCR. Such cells are
therefore almost indiscriminate between healthy or transformed cells because they don't have this antigen
presentation independent sensing of tumour cells via NCRs. Therefore, if CD3 antibodies are Fc enabled
they will attract other immune cells which can trigger a cascade of unpredictable and desirable events such
as cytokine storms, exhaustion and even overactivation of immune cells leading to, for example, NK cells
killing T cells etc. In the present approach, stimulation of yd T cells with the presently presented antibodies
does not lead to such concerns because both yd T cells (and other immune cells such as NK cells) are able
to distinguish between healthy cells and tumour cells including via their NCR sensing mechanism and
therefore selectively Kkill stressed cells such as cancer cells or virally infected cells due to this diseased
cell specificity-

For example, in initial cynomolgus studies with the anti-vd1 Fc-enabled multispecific antibody presented
herein, with specificity to both human and cyno vd1 antigen (SEQ ID NO: 1 and SEQ D NO: 172), was
found to be safe and well tolerated, in dose-escalating, repeat dose in-vivo studies by all parameters
measured. None of the side effects typically associated with T cell activation, such as cytokine release or

weight loss were observed.

These findings also highlight another advantage of the approach described herein. Specifically, and
unlike TCEs typified by CD3 engagers and the like, TCE bispecifics of the invention can optionally be
designed as full-length antibody, for example comprising heavy chains with a VH-CH1-CH2-CH3 format
with cognate light chains with a VL-CL format. Unlike smaller bispecific formats (e.g. less than 70 KDa),
such full-length bispecific format can exhibit longer half-lives in-vivo and thereby require less frequent
dosing regimens. The longer half-lives observed by such formats are for a variety of reasons inclusive of
increased size (>70KDa) which means such formats are not filtered by kidneys (glomerulus pore size cut-
off 60-70KDa). In one embodiment, the multispecific antibodies may be larger than about 70KDa, and
may comprise human IGHC sequence (e.g. IGHA, IGHD, IGHD, IGHM, IGHG sequence) as listed by
IMGT. Such IgG1 formats can also be re-cycled by FcRn mechanism. The clear downside of such full-
length antibody formats for TCE bispecifics in particular is that such format exhibit unfavorable safety

profiles due to the reduce clearance rate, increased and more chronic exposures.

Therefore, the present approach allows the possibility of Fc functionality without any concern of off-target
effects, such as NK cells killing yd T cells or vice versa. The present approach is therefore superior to CD3
directed approaches which are stunted by the necessity of workarounds such as reducing CD3 affinity,
eliminating Fc function etc. to limit collateral damage outside the tumour environment. The multispecific
antibodies, in particular T-cell engagers, presented here are able to bind to vd1 cells without any damage
potential and the full activation and cytotoxicity enhancement is only engaged when the vd1 cells are in
close contact with tumour cells.
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Hence in one embodiment there is provided a method of downregulating a TRDV1-containing V61 TCR
and the associated CD3 molecule complex on the surface of a cell with a TCE multispecific antibody, and

the use of such multispecific antibodies for this purpose.

Other features and advantages of the present invention will be apparent from the description provided
herein. It should be understood, however, that the description and the specific examples while indicating
preferred embodiments of the invention are given by way of illustration only, since various changes and
modifications will become apparent to those skilled in the art. The invention will now be described using the

following, non-limiting examples:

EXAMPLES

EXAMPLE 1: Tables

Parental antibody clones were prepared as set out in Examples 1 to 19 in W0O2021/032963.

The sequences of the CDRs of the parental clones are shown below in Table 24.
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The Kb values of the parental clones, as determined by SPR analysis, was as follows:

Table 24. Results of IgG capture

Analyte Clone ID Kp (nM) Kp (M)

L1 (DV1-GV4) 1245_P01_EO07 12.4 1.24e-08
L1 (DV1-GV4) 1252_P01_C08 100 1.00e-07
L1 (DV1-GV4) 1245 _P02_Go04 126 1.26e-07
L1 (DV1-GV4) 1245_P01_B07 341 3.41e-07
L1 (DV1-GV4) 1251_P02_C05 1967* 1.97e-06
L1 (DV1-GV4) 1139_P01_Eo04 251 2.51e-07
L1 (DV1-GV4) 1245 _P02_F07 193 1.93e-07
L1 (DV1-GV4) 1245_P01_G06 264 2.64e-07
L1 (DV1-GV4) 1245_P01_G09 208 2.08e-07
L1 (DV1-GV4) 1138_P01_B09 290 2.90e-07
L1 (DV1-GV4) 1251_P02_G10 829 8.29e-07
L1 (DV1-GV4) TS8.2 (commercial anti-V31 | 44 4.40e-08

antibody)

*Binding of 1252_P02_C05 did not reach saturation, therefore data was extrapolated

Epitope mapping was conducted for 5 of the parental clones, using hydrogen-deuterium exchange. A
summary of the epitope mapping results is presented in Table 25.

Table 25. Results of epitope mapping for antigen/antibody complexes
Clone ID
1245_P01_E07
1252_P01_Co08
1245_P02_G04
1251_P02_C05
1141_P01_EO01

Epitope mapping, amino acid numbering of SEQ ID NO: 272
5,9,16, 20,62, 64,72, 77

50, 53, 59, 62, 64

37,42, 50, 53, 59, 64, 68, 69, 72, 73, 77

59, 60, 68, 72

3,5,9,10, 12, 16, 17, 62, 64, 68, 69

EXAMPLE 2: Multispecific antibody conferred enhancement of V381+ effector cell mediated

cytotoxicity; targeting a tissue-centric disease associated antigen.

Cytotoxicity/potency-assay studies were undertaken to explore the effect of multispecific antibodies on co-
cultures of V&1+ effector cells and A-431 cancer cells. A-431 (EGFR**; ATCC) target cells were seeded in
a 384-well imaging plate (Perkin Elmer) at 1,000 cells/ well and incubated at 37°C overnight in DMEM (10%
FCS). Antibodies and multispecific antibodies as indicated were diluted to 10ug/ml and added assay plate
(2ug/ml final assay concentration). Expanded skin-derived V61 yd T-cells were detached from tissue culture
flasks and serial diluted to give a range of E:T ratios (top E:T ratio of 60:1) before adding to assay plate. A-
431 cells were incubated with V81 yb T-cells in the presence of antibodies or controls at 30°C, 5% COa.
After 24 hours incubation, Hoechst 33342 (ThermoFisher) was added to stain cells (2uM final). To
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determine the numbers of live A-431 cells, confocal images were acquired using an Opera Phenix high
content platform capturing nine fields of view at 10x magnification. Live cell counts were quantified base on
size, morphology, texture, and intensity of live cell stains. Effector/Target (E:T) time course studies to
determine the ET ratio wherein 50% of target cells are killed in model systems +/- the controls, comparators,
antibodies and multispecific antibodies as indicated. Results are presented in Figure 31.

First, Figure 31 (A-D) present example co-culture results wherein V01+ / A-431 co-cultures were studies
+/- multispecific antibodies comprising anti-Vd1 x anti-TAA (EGFR) bispecific binding moieties wherein the
anti-V81 VL+VH binding domain (to the first target) is combined with the CH1-CH2-CH3 domain of an anti-
EGFR binding moiety (to the second target). Controls and comparators employed as indicated; from left to
right: No mAb = no antibody added; D1.3 = D1.3 control; D1.3 19G LAGA = D1.3 + L235A,G237A; D1.3
FS1-67 = D1.3 variable domain with EGFR binding constant domain plus L235A, G237A; Cetuximab (in-
house generated). More specifically, Figure 31 (A) presents the results for five-hour co-cultures with
aforementioned controls, comparators, and the following test articles: CO8-LAGA = 1252_P01_CO08 with
L235A,G237A; C08 FS1-67 =1252_P01_C08 combined with EGFR binding domain containing a
L235A,G237A. Figure 31 (B) presents equivalent data of five-hour co-cultures with aforementioned
controls, comparators, and the following test articles: G04-LAGA = 1245_P02_G04 with L235A,G237A,
G04 FS1-67 = 1245_P02_G04 combined with EGFR binding domain containing L235A,G237A. Figure 31
(C) presents equivalent data of five-hour co-cultures with controls, comparators, and the following test
articles: EO07-LAGA = 1245_P01_EQ7 with L235A,G237A; E07 FS1-67 = 1245_P01_EQ07 combined with
EGFR binding domain containing L235A,G237A. Figure 31 (D) presents a Table summarizing the percent
improvement in cytotoxicity of V91 yd T-cells in the presence of controls, comparators, and test articles
over 5, 12 and 24 hours. A greater than 450% enhancement can be observed when antibodies or antigen-

binding fragment thereof as described herein are presented in a multispecific format.

Second, Figure 31 (E-H) present example results wherein V61+ / A-431 co-cultures were studied +/-
multispecific antibodies comprising anti-Vd1 x anti-TAA (EGFR) bispecific binding moieties wherein the
anti-V81 binding domain (to the first target) comprises a full-length antibody (VH-CH1-CH2-CH3/VL-CL)
then combined with an anti-EGFR scFv binding moiety (to the second target). Controls and comparators
employed as indicated; from left to right: No mAb = no antibody added; D1.3 = Control; D1.3 IgG LAGA =
D1.3 + L235A,G237A; D1.3 LAGA Cetuximab = D1.3 with L235A, G237A plus a C-term Cetuximab-derived
scFv; Cetuximab (in-house generated). More specifically, Figure 31 (E) presents five-hour co-cultures with
aforementioned controls, comparators, and the following test articles: C0O8-LAGA = 1252_P01_C08 with
L235A,G237A; C08 LAGA Cetuximab =1252_P01_C08 with L235A,G237A and with C-term Cetuximab-
derived scFv. Figure 31 (F) presents five-hour culture with aforementioned controls, comparators, and the
following test articles: GO04-LAGA = 1245_P02_G04 with L235A,G237A; G04 LAGA Cetuximab =
1245_P02_G04 with L235A,G237A and with C-term Cetuximab-derived scFv. Figure 31 (G) presents five-
hour culture with controls, comparators, and the following test articles: E07-LAGA = 1245_P01_EO07 with
L235A,G237A; E07 LAGA Cetuximab = 1245_P01_EO07 with L235A,G237A and with C-term Cetuximab-
derived scFv. Figure 31 (H) presents a Table summarizing the percent improvement in potency of V&1 yd

T-cells in the presence of controls, comparators, and test articles over 5, 12 and 24 hours. A greater than
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300% enhancement can be observed when antibodies or antigen-binding fragment thereof as described

herein are presented in a multispecific format.

EXAMPLE 3: Mammalian display

Two clones were selected for affinity maturation. The above examples describe the preparation and
characterisation of affinity matured clones derived from clone ADT1-4 (G04) and clone ADT1-7 (E07).

Affinity maturation of human anti-V31 monoclonal antibodies

Phage display employed to generate parental anti Vd1 monoclonal antibodies yielded antibodies with the
affinity ranging from 10nM-1uM, as described above. Parental antibodies clone ADT1-4 (G04) and clone
ADT1-7 (E07) were then affinity matured in vitro to surprisingly attain 100 fold improved affinity for superior
target engagement. In vitro affinity maturation of parental antibodies was achieved via two-step process:
diversification of the parental antibody sequence using targeted CDR3 mutagenesis and then selective
enrichment of affinity improved antibodies using phage and mammalian display platforms. VH and VL
CDR3 2-mer libraries for the clones ADT1-4 and ADT1-7 were created using Kunkel mutagenesis (Kunkel
et al., 1987; Sidhu and Weiss,2004) and RCA amplification. Combinations of all single and double amino
acid substitutions at specified positions in the VH and VL CDR3s were incorporated using Agilent primer
synthesis technology. The number of different amino acids to be incorporated at a particular position were
specified. Cysteine and methionine were omitted. The changes made in the CDRs of the clones are
summarised below in Table 26.

Table 26. CDR3 positions and specified residue changes

soy B AatenENs) B BARHCACHIS
{¥3-11 /e 1-38)
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The size of each library is shown in Table 27.
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Table 27. Library Size

ADT1-7 5.4 x10°

ADT1-4 5.5 x10°

Generation of mutagenized VH and VL CDR3 libraries

Mutagenised libraries were prepared from suitable culture volumes covering an appropriate excess of
library members. Affinity maturation was performed using phage display technology as described in
Schofield et al. (2007) using solution phase selection. Selections were performed in the solutions using
human and cyno antigen. To isolate binders from a mutant library with higher affinities antigen concentration
was controlled to give a series of increasingly stringent selections. Several rounds of phage display
selections with human and with cyno antigen were performed for each clone as presented in the Figure 1.
For ADT1-4 lineage the antigen concentration used in the selection was ranging from 100nm-10pM for
human and 100nM and 10nM for cyno antigen. For ADT1-7 lineage the human antigen was used at
concentration from 10nM to 1pM and for cyno from 100nM to 100pM. Figure 1 shows the phage selection
rounds for the ADT1-7 library (iA), the ADT1-4 library (iB) and the ADT1-7 library with a selection strategy

for isolating cyno cross-reactive binders (iC).

PCT/EP2022/054011

Polyclonal phage ELISA was used to evaluate the progress of the selections. Human DV1/GV4 and
Cyno DV1/GV76 were coated overnight at 150ng/well, 50uL/well. Cyno DV2/GV76 and HSA were used
as controls. Only the outputs from the ADT4-1 library were both cross reactive to human and cyno DV1

antigen. The output from ADT1-7 were only reactive to human antigen. Selected outputs were

characterised further by monoclonal phage ELISA and the summary is presented in Table 28. The light

and dark grey boxes indicate the selection was carried out with either human or cyno antigen,

respectively. The arrows provide an indication as to the percentage of clones that are classified as

binders to human or cyno VD1 (pointing up being high and pointing down being low).

Table 28. Monoclonal phage ELISA summary

G04

phage rounds

Binding

selection_

#3

hubDV1 cyDV1
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EO07 phage rounds
_selection |  #1 #2 | #3 hubDV1 | cyDV1
96% N 0%

83% | 0%

The sequence diversity is summarised in Table 29. The light and dark grey boxes indicate the selection
was carried out with either human or cyno antigen, respectively. The arrows provide an indication as to the
level of diversity (pointing up being high and pointing down being low.

Table 29. Monoclonal phage sequencing summary

Go4 phage mu diversity
selection | #1 | #2 | #3 |heawyCDR3| light COR3 M?g;;zht
2378 W%
2412 - 97% M 97%
2413 A % 4@ 97% I 100%
2385 | : - 88% |4 100%
2418 , A 81% |4 88%
2420 | 6 1 73% |01 80%
2415 | M 63% | 78% | 88%
EQ7 e ey | EGVY-light
~selection light CDR3 plidiny
96% | 100%
67% b 96%

Generation of IgG mammalian display libraries

To form final libraries for mammalian display the following ADT1-4 selections were polled:
— SEL2409, 2412 and 2413 to create ADT1-4 library 1 (human)
— SEL 2418, 2420 and 2415 to create ADT1-4 library 2 (cyno)
— SEL2370 and 2404 to create ADT1-7 library.

Pools were then advanced to mammalian display. Single chain variable fragment antibodies (scFvs)
populations were converted en masse into the IgG format, maintaining the original variable heavy (VH) and
variable light (VL) chain pairing. The IgG formatted antibodies were then cloned into a mammalian display
donor vector which was co-transfected with plasmids encoding a TALE nuclease pair to enable nuclease
directed antibody gene integration at a single chromosomal locus. A mammalian display antibody library
covering the phage output diversity (> 108 clones) was created in HEK293 cells. Stable populations of cells
expressing antibodies on the cell surface were selected by blasticidin addition 2 days post transfection
(dpt). Cells expressing antibodies on the cell surface were enriched by magnetic-activated cell sorting
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(MACS) sorting (7 dpt); the cells were labelled with anti-Fc-PE followed by anti-PE microbeads and sorted
using Midi MACS magnet (Miltenyi Biotec) and LS columns. These populations of cells were advanced to

selections.

Selection of matured antibodies by mammalian display

Following MACS to enrich antibody expressing cells, two strategies were adopted to identify TRDV1
binders. The main strategy involved dual colour fluorescence sorting based on Fc expression and antigen
binding. The other involved dual colour fluorescence sorting based on the binding of both cyno and human
antigens to maximise the chances of isolating high affinity cross-reactive binders. A schematic overview of
the process is presented in Figure 2.

Sequence, specificity, affinity ranking and characterisation

Genomic DNA was extracted from eight different sorted populations. DNA encoding the selected IgGs were
amplified and cloned into the soluble IgG1 expression vector. A total of 1472 clones from the 8 different
selections were chosen. The pDNA was transfected into Expi293 cells. Supernatants were harvested 5
days after transfection and the expressed antibodies affinity ranked for human and cyno TRDV1 binding in
a capture ELISA. A total of 93 anti-DV1 antibodies from each selections strand were chosen for sequence
and SPR off-rate analysis. In addition, these clones were checked by direct ELISA for binding to: human
TRDV1, human TRDV1 (A ->V), human TRDV2, cyno TRDV1 and BSA.

EXAMPLE 4: BINDING AFFINITY TO HUMAN AND CYNO ANTIGENS

Binding to recombinant antigen and vd1 TCR expressed on cells: ADT1-4 Lineage

Studies were undertaken to explore the binding of anti-vd1 antibodies to their target antigens. The binding
of vd1 mAbs to vd1 TCR antigen was tested by ELISA. 1ug of human antigen or 1ug of cynomolgus antigen
was immobilized per well onto 96well Immunoassay plates (SLS #475904) and then blocked with BSA to
prevent non-specific binding. 1.3pmol (20ng) of each mAb were added and incubated for 1 hour at room
temperature. mAb binding to antigen was detected using ProteinA-HRP (Abcam #Ab7456) along with TMB
substrate (Fisher #12750000) and Stop solution (Biolegend #423001) by measuring absorbance at 450nM.
Parental controls were included as positive controls for both the assay and inter-plate variability. Hits were
identified as those mAbs giving absorbance readings above those of the parental mAbs. Figure 5A shows
the fold increase in absorbance for matured ADT1-4 clones compared to parental ADT1-4 binding
absorbance when 1.3pmol of antibody was bound to human vd1 antigen. Figure 5B shows the fold increase
in absorbance for matured ADT1-4 clones compared to parental ADT1-4 binding absorbance when 1.3pmol
of antibody was bound to cynomolgus vd1 antigen.

mAb binding to endogenous vd1-TCR was tested using flow cytometry. Skin vd1 cells (donor ATS006; ADT
expanded E0000113) or the PEER vd1 cell line were seeded at 3x10*5cells/well into 96well round bottom
plates and resuspended in 50ul of FACS buffer (v/v: 2% FCS, 0.1% NaAzide and 1mM EDTA in PBS)
containing 3ug/ml of test mAb for 15min at 40C. Cells were pelleted and secondary anti-hmlgG-APC
antibody (Miltenyi # 130-119-772) was added at 1/100 in FACS buffer and incubated for a further 20min at
40C. Cells were washed and fixed in CellFix (BD #340181) and analysed by flow cytometry. The % vd1
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phenotype and Mean Fluorescence Intensity was calculated (Inivai Technologies, Flowlogicv7.2). As a
positive control the parental antibody was included. Figure 5C shows the fold increase in mean
fluorescence intensity for matured ADT1-4 clones compared to parental ADT1-4 binding primary skin
derived human vd1 cells. Figure 5D shows the fold increase in mean fluorescence intensity for matured
ADT1-4 clones compared to parental ADT1-4 binding the transformed PEER vd1 cell line.

Binding to recombinant antigen and vd1 TCR expressed on cells: ADT1-7 Lineage:

Studies were undertaken to explore the binding of ADT1-7 matured anti-vd1 antibodies to their target
antigens. The binding of vd1 mAbs to v61 TCR antigen was tested by ELISA. 1ug of antigen was
immobilized per well onto 96well Immunoassay plates (SLS #475904) and then blocked with BSA to prevent
non-specific binding. A titration of 6.7pmol (100ng), 1.3pmol (20ng) and 0.27pmol (4ng) of mAb were added
and incubated for 1 hour at room temperature. mAb binding to antigen was detected using ProteinA-HRP
(Abcam #Ab7456) along with TMB substrate (Fisher #12750000) and Stop solution (Biologend #423001)
by measuring absorbance at 450nM. Parental controls were included as positive controls for both the assay
and inter-plate variability. Hits were identified as those mAbs giving absorbance readings above those of
the parental mAbs. Figure 6A shows the fold increase in absorbance for matured ADT1-4 clones compared
to parental ADT1-4 binding absorbance when 1.3pmol of antibody was bound to human v61 antigen.

mAb binding to endogenous vd1-TCR was tested using flow cytometry. Skin vd1 cells (donor ATS006; ADT
expanded E0000113) or the PEER vd1 cell line were seeded at 3x10*5cells/well into 96well round bottom
plates and resuspended in 50ul of FACS buffer (v/v. 2% FCS, 0.1% NaAzide and 1mM EDTA in PBS)
containing 3ug/ml of test mAb for 15min at 40C. Cells were pelleted and secondary anti-hmlgG-APC
antibody (Miltenyi # 130-119-772) was added at 1/100 in FACS buffer and incubated for a further 20min at
40C. Cells were washed and fixed in CellFix (BD #340181) and analysed by flow cytometry. The % vd1
phenotype and Mean Fluorescence Intensity was calculated (Inivai Technologies, Flowlogicv7.2). As a
positive control the parental antibody was included. Figure 6B shows the fold increase in mean
fluorescence intensity for matured ADT1-4 clones compared to parental ADT1-4 binding primary skin
derived human vd1 cells. Figure 6C shows the fold increase in mean fluorescence intensity for matured

ADT1-7 clones compared to parental ADT1-7 binding the transformed PEER vd1 cell line.

Fold Improvements Over Parental Clones

Dissociation-enhanced lanthanide fluorescence immunoassay (DELFIA)

For the confirmation of improvement in binding of affinity matures mAb to human and cyno
antigen’s, DELFIA immunoassay was performed with the antigen directly coated to the plate (3 yg/mL of
antigen in 50 yL PBS at 4 °C overnight (Nunc #437111). For detection DELFIA Eu-N1 Anti-Human IgG
(Perkin Elmer # 1244-330)was used as secondary antibody at 1/500 dilutionin 50 pLof3
%of MPBS(PBS + 3 % (/) skimmed milk powder). Development was with 50
ML of DELFIA enhancement solution (Perkin Elmer #4001-0010).

Affinity ranking of antibody of interest were performed using DELFIA immunoassay in which antibodies

were captured via protein G coated on the plate and human soluble biotinylated L1 (DV1-GV4) antigen was
added at 0.4nM and cyno antigen DV1/GV77 at 10nM (3MPBS). For detection 50 pL of streptavidin-Eu
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(1:500 in assay buffer, Perkin Elmer) was used and signal was developed with DELFIA enhancement
solution. D1.3 hlgG1 (described in England et al. (1999) J. Immunol. 162: 2129-2136) was used as a

negative control. The results are provided in Figures 7A to C.

SPR analysis - IgG capture

SPR analysis was used to compare KD values for the affinity matured clones compared to the parental
clones. Instrument used: MASS-2 (Sierra Sensors); Chip: amine high capacity (Sierra Sensors);
running buffer PBS + 0.02 % Tween 20. Experiments were performed at room temperature or 37 °C,
protein G was coupled to the chip. Antigen was flown over the cell in a dilution series ranging from 50 nM to
0.2 nM for human DV1-GV4 and from 100 nMto 1 nM for Cyno DV1-77. 120 sec association, 600 sec
dissociation, 50 uL/min flowrate, regeneration with 10 mM glycine pH 1.5 kinetic fit according to Langmuir
1:1 binding using software Sierra Analyzer. The results are shown in Figures 8A to C.

Binding Affinity Analysis (KD by SPR)
V&1 monoclonal antibody binding affinity to V61 antigen

The binding affinity of the antibodies to target (i.e. the Vd1 chain of a yd TCR) is established by SPR

analysis using a Reichert 4SPR instrument (Reichert Technologies). Antibody (1.5 ug/mL) is coated onto a

Planar Protein A Sensor Chip (Reichert Technologies) to give an increase on baseline of approximately
500 uRIU. Antigen (e.g. L1 (DV1-GV4) was flown over the cell at a 1:3 dilution series from 300 nM to 3.7
nM with the following parameters: 180 s association, 600 s dissociation, flowrate 25 uL/min, running buffer
PBS + 0.05 % Tween 20. All experiments were performed at room temperature. Steady state fitting was

determined according to Langmuir 1:1 binding using software TraceDrawer (Reichert Technologies).

Human Antigen
Affinity-matured V&1 mAbs exhibit greatly enhanced affinity to human V81 antigen that either parent as

determine by surface plasmon resonance (SPR) analysis (Figure 9). (A, B) Surface Plasmon Resonance
(SPR) analysis was performed with ADT1-4 (A) or ADT1-7 (B) parent mAbs and their affinity-matured
derivatives to determine the binding affinity to human V81 antigen. The binding interaction of V&1 and the
affinity-matured mAbs were modelled according to Langmuir 1:1 binding. (C,D) Tables summarizing the
equilibrium dissociation constant (KD) of Vd1-targeted antibodies, as derived from the sensograms
illustrated in (A) and (B). The data is represented as the mean of two replicates performed on two different
SPR instruments. (E,F) Bar charts representing the fold increase in equilibrium dissociation constant (KD)

of the affinity-matured derivative to V51 antigen, as compared to their parent, ADT1-4 or ADT1-7.

Conclusions: This data demonstrates that the affinity-matured derivatives of ADT1-4 and ADT1-7
demonstrate significantly higher affinity to human V31 antigen than the parent antibodies.

Cyno Antigen
Surface plasmon resonance analysis demonstrates that the affinity-matured V61 mAbs of the ADT1-4

lineage show a greatly enhanced affinity to cynomolgus V&1 antigen than the parent antibody (Figure 10).
(A) Surface Plasmon Resonance (SPR) analysis was performed with ADT1-4 parent antibody and the
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affinity-matured derivatives to determine the binding affinity to cynomolgus V&1 antigen. The binding
interaction of V@1 and the affinity-matured mAbs were modelled according to Langmuir 1:1 binding. (B)
Table summarizing the equilibrium dissociation constant (KD) of Vd1-targeted antibodies, as derived from
the sensograms illustrated in (A). The data is represented as the mean of two replicates performed on two
different SPR instruments. The results are shown in Figures 10A and 10B.

Conclusions: This data demonstrates that the affinity-matured derivatives of ADT1-4 demonstrate

significantly higher affinity to cynomolgus V&1 antigen than the parent antibody.

Binding Affinity to cell surface V81 TCR (EC50 for binding to cell surface V51)

Affinity matured V81 mAbs exhibit greatly enhanced affinity to Vd1-positive yoT cells, with no demonstrable
binding to cells lacking V&1, as show in Figures 11A to D. (A, B) The level of binding by the V31 mAbs to
two yb T cell donors, ATS006 (A) and TS164 (B). yd T cells were stained with varying concentrations of
V81 mAbs, followed by a fluorescent anti-human IgG detection antibody (xxx). All incubation steps were
performed at 4°C and mAb binding was determined using flow cytometry to measure the median level of
fluorescence. Logarithmic four parameter dose-response curves were fitted using GraphPad Prism 9. (C)
Bar chart representing the average EC50s from the ADT1-4 and ADT1-7 clones binding to Vd1-positive yd
T cell, represented as the mean two donors. (D) Table summarizing the EC50s plotted in (A) & (B), and
V81-negative cell types including HEK293A, Raiji cells and various leukocyte subsets with primary blood

mononuclear cells. For V31-positive y0 T cell, data is represented as the mean two donors.
Conclusions: This data demonstrates that the affinity-matured derivatives of ADT1-4 and ADT1-7
demonstrate significantly higher affinity to VVd1-positive yd T cells than their parent mAbs, whilst showing

no binding to V& 1-negative cells HEK293T, Raji, or CD8, CD4, NK, CD19 or monocytic cells within PBMCs.

Target cell binding of V51 monoclonal antibodies

A range of target cells were assayed to determine the specificity and affinity of V61 mAb binding. This
included expanded skin-derived V31 yd T-cells, HEK293T cells, Raji cells, and multiple leukocyte subsets
within human primary blood mononuclear cells. Adherent or semi-adherent cells (skin-derived V&1 yd T-
cells, HEK293T) were detached from tissue culture flask and resuspended in PBS. Similarly, non-adherent
cell types (Raji, PBMC), were harvested and resuspended in PBS. Cells were seeded at a final density of
100,000 cells per well in v-bottom 96-well plates. Cells underwent centrifugation and the cell pellets were
resuspended in FcR blocking reagent according to the manufacturer’s instructions, and incubated for 20
minutes at 4C prior to a further wash. V31 mAbs, anti-RSV IgG control and anti-CD3 OKT3 were diluted to
500 nM in PBS and serially diluted 1:5 in PBS to 6.4 pM, and added to the cells, followed by a 20-minute
incubation at 4C. To determine the quantity of mAb bound to the cell surface, the cells were then stained
with a murine anti-human IgG secondary antibody, conjugated to APC (product code.., dilution: 1:100). For
V61 yd T-cells, HEK293T and Raji, the cells were also stained solely with a viability dye. For PBMC,
conjugated antibodies against CD4, CD8, CD56, CD11b and CD19 (all at 1:100) were also included,
allowing the discrimination of aff subsets, NK cells, B cell and monocytic cells. Following 20-minute
incubation at 4C, the cells were washed twice, and fluorescence measured using the MACSQuant. IC50s

are shown in Figure 11D.
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Summary of KD values for ADT1-4 lineage (human and cyno)

The table below provides the KD values for the 24 clones in the ADT1-4 lineage and the ADT1-4 parent

5 clone (G04) (for binding to human TRDV1 and cyno TRDV1):
HUMAN HUMAN CYNO CYNO
Clone ID Ko [M] Kb (nM) Ko [M] Ko (nM)
ADT14 1.26E-07 126 nM N/A N/A
ADT1-4-19 1.63E-10 0.163 nM 3.40E-09 3.40 nM
ADT1-4-21 4 41E-10 0.441 nM 6.79E-09 6.79 nM
ADT1-4-31 5.22E-10 0.522 nM 9.43E-09 9.43 nM
ADT1-4-53 6.08E-10 0.608 nM 5.34E-09 5.34 nM
ADT1-4-2 1.95E-10 0.195 nM 3.08E-09 3.08 nM
ADT1-4-8 541E-10 0.541 nM 1.51E-08 15.1 nM
ADT1-4-82 2.49E-10 0.249 nM 1.67E-08 16.7 nM
ADT1-4-83 2.41E-10 0.241 nM 1.58E-08 15.8 nM
ADT1-4-84 2.27E-10 0.227 nM 1.16E-08 11.6 nM
ADT1-4-86 9.39E-10 0.939 nM 9.49E-09 9.49 nM
ADT1-4-95 6.42E-10 0.642 nM 1.50E-08 15.0 nM
ADT1-4-105 3.81E-10 0.381 nM 1.01E-08 10.1 nM
ADT1-4-107 1.77E-10 0.177 nM 1.05E-08 10.5 nM
ADT1-4-110 3.33E-10 0.333 nM 1.19E-08 11.9 nM
ADT1-4-112 7.84E-10 0.784 nM 1.11E-08 11.1 nM
ADT1-4-117 2.45E-10 0.245 nM 1.01E-08 10.1 nM
ADT1-4-139 4.99E-10 0.499 nM 2.69E-08 26.9 nM
ADT1-4-4 5.19E-10 0.519 nM 1.62E-08 16.2 nM
ADT1-4-143 463E-10 0.463 nM 9.39E-09 9.39 nM
ADT1-4-173 9.07E-10 0.907 nM 2.40E-08 24.0 nM
ADT1-4-3 9.35E-10 0.935 nM 2.85E-08 28.5 nM
ADT1-4-1 8.00E-11 0.08 nM 41E-10 0.41 nM
ADT1-4-6 1.06E-9 1.06 nM 1.01E-9 1.01 nM
ADT1-4-138 4.38E-8 43.8 nM 3.47E-8 34.7 nM
Summary of KD values for ADT1-7 lineage (human only)
10 The table below provides the KD values for the 11 clones in the ADT1-7 lineage and the ADT1-7 parental
clone (EQ7) (for binding to human TRDV1 only):

Clone ID Kp [M] Ko (nM)

ADT1-7 1.24E-08 12.4 nM

ADT1-7-10 1.30E-09 1.30 nM

ADT1-7-15 1.42E-09 1.42 nM
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ADT1-717 1.26E-09 1.26 nM
ADT1-7-18 1.61E-09 1.61 nM
ADT1-7-19 1.19E-09 1.19 nM
ADT1-7-20 1.17E-09 1.17 nM
ADT1-7-22 1.18E-09 1.18 nM
ADT1-7-23 1.29E-09 1.29 nM
ADT1-7-42 1.51E-09 1.51 nM
ADT1-7-3 8.31E-10 0.831 nM
ADT1-7-61 5.57E-10 0.557 nM

Summary of pharmacological data for the preferred members of the ADT1-4 lineage

HUMAN HUMAN CYNO CYNO IC50 TCRDR | 1C90 TCR DR 1C50 Killin IC90
Clone ID KDM | KDiM) | KD | kDim) (no THP-1) (noTHP-1) g Killing
ADT1-4 1.26E07 | 126nM N/A N/A N/A N/A (22'2%33'5;% 7.048E-08
ADT1-4-19 | 163E-10 | 0.163nM | 3.40E-09 | 3.40nM (S:SZ’YE:“?D (} gsg"ila) (11"1122'5['](,3/% %%88'5[;%
ADT1-4-21 | 44E10 | 0441nM | 6.79E:09 | 6.79nM (3:226'5'[:“‘,") (g_'gng'nﬁ) (33‘5;1&) (55'_‘;88'55%
ADT1-4-31 | 522E-10 | 05220M | 943609 | 9.43nM (g_;isE-r:n(/)I) (] pod Em?n) (11‘%3:,5']"3;‘3 (11“65_55?:;;
ADT1-4-53 | 6.08E-10 | 0.608nM | 5.34E-09 | 5.34nM é}iﬁfﬂ.\‘,’b (g:gsg:&) (11'%%'5:'3/% f;’;::,%
ADT14-2 | 1.95E-10 | 0.195nM | 3.08E:09 | 3.08nM (g’:;f:,sl) (gjggf:&) (S:QE';,\‘/’I) (3\35'_112;%
ADT1-4-86 | 9.39E-10 | 0.939nM | 9.49E-09 | 9.49nM (g:gSYE}:&) (}:831 E]I\EI)I) (11'%55'5[']% a_‘“ﬁ%
ADT1-4-112 | 7.84E-10 | 0.784nM | 111E-08 | 11.1nM (g_'ggsE:&) (}jgggg"iﬁ) (3';':“3') g%ﬁ;ﬁ;
ADT1-4-143 | 463E-10 | 0.463n0M | 9.39E-00 | ©.39nM (8:;135}:'\% (g"ggg:&) (11'_7788Er'](,3;|3) (11':_25%
o [wwen | om | wew | on | gel | cmet | e | et
ADT1-4-138 | 4.38E-8 438 3.47E-8 347 (g_'ggﬁ',a) é;giﬁ) (g_'gg':,a) %_‘ff;%
5

Summary of pharmacological data for the preferred members of the ADT1-7 lineage

10

IC50 TCRDR | IC90 TCR DR IC50 Ice0
Clone D | K_D[M] K_D (nM) (no THP-1) (NoTHP-1) Kiling | Killing
ADT1-7 1.24E-08 12.4 1M . ; (55%%'5:,3,% (77'288'5:,3”8)

164E-10 1.036E-9 2.80E-10 | 247E-09

ADT1-7-20 1.17E-09 147 M (0.164 nM) (1.036 nM) 0.28 nM) | (2.47 nM)

161E-10 7.90E-10 1.60E-10 | 1.06E-09

ADT1-7-3 | 831E-10 0.831nM (0.161 nM) (0.79 nM) ©0.16 nM) | (1.06 nM)

6.064E-0 1704E-6* | 420E-10 | 166E-08

ADT1-7-61 | 557E-10 0.557 nM (6.264nM) | (1704.445nM) | (0.42nM) | (16.6 nM)

*Artefact of data due to 100% inhibition not being reached for this clone

EXAMPLE 5. FUNCTIONAL CHARACTERISATION
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V31 monoclonal antibodies on TCR Downregulation

The capacity of ADT mAb to engage with and resultantly downregulate yb T-cell receptors is evaluated by
measuring TCR expression. Skin yd T-cells (from donor ATS006 and TS164) were seeded into a 96 well
round bottom plate at 3x10”5 cells/ml in yd media with increasing concentration of the test mAbs (range
from 0.00067 to 67nM) or the highest concentration (67nM) of the corresponding isotype control (higG1,
RSV), diluted in PBS. The cells were incubated for 2 hours in a humidified CO2 chamber at 370C. The cells
were washed and stained for dead cells (Thermo Fisher # 15580607) and their VD1 TCRs (Miltenyi # 130-
117-697) for 30 minutes at 40C. The cells were washed in FACS buffer and resuspended in Cell Fix (BD
sciences # 340181) before incubating overnight at 40C in the dark. The VD1 TCR expression level,
determined by median fluorescence intensity (MFI), was measured by flow cytometry the following day
using the MACS Quant Analyzer 16.

The results are shown in Figure 12, which shows affinity matured V61 mAbs bind and downregulate V51
TCR more effectively than their parental clone and OKT3. (A and B). Quantification of yd TCR expression
after 2 hours incubation of y& cells with V81 mAbs and OKT3 before staining of the V81 TCR with a-V51
TCR-PE-Vio770. MFI of a-Vd1 staining was acquired using flow cytometry and calculated from the TCR
positive gate before calculating %MFI from the MFI of TCR positive, untreated yd cells. The upper graph
represents data from the ADT1-4 lineage and the lower graph represents data from the ADT1-7 lineage.
(C) Bar chart representing the IC50 values calculated from (A). (D and E). Bar chart representing the |C50
values in (B) presented as fold improvement from the parent ADT1-4 (left) and ADT1-7 (right). (F) Table
representing IC50 values from (B) with the percentage improvement calculated from the respective parents
of ADT1-4 (upper) and ADT1-7 (lower). (G) Table representing IC50 values from (B) with the fold

improvement calculated from the respective parents of ADT1-4 (upper) and ADT1-7 (lower).

V61 monoclonal antibodies on yd activation measured by CD107a expression

The capacity of ADT mAb to engage with and activate VD1 yd cells is evaluated by measuring CD107a
expression. Skin yd T-cells (from donor ATS006) were seeded into a 96 well round bottom plate at 6x10"5
cells/ml in yd media with THP-1 cells (ATCC-TIB-202) at 1.2x10"6 cells/ml and increasing concentration of
the test mAbs (range from 0.00067 to 67nM) or the highest concentration (67nM) of the corresponding
isotype control (hlgG1, RSV), diluted in PBS. The cells were incubated for 2 hours in a humidified CO2
chamber at 370C. The cells were washed and stained for dead cells (Thermo Fisher # 15580607), VD1
TCRs (Miltenyi # 130-117-697) and aCD107a (Miltenyi #130-112-610) for 30 minutes at 40C. The cells
were washed in FACS buffer before incubating overnight at 4oC in the dark. The VD1 TCR and CD107a
expression level, determined by median fluorescence intensity (MFI), was measured by flow cytometry the
following day using the MACS Quant Analyzer 16.

The results are shown in Figure 13, which shows affinity matured V61 mAbs induce activation only when
in the presence of target cells. (A and B) Quantification of yd TCR expression (black) and CD107a
expression (grey) after 2 hours incubation of yb cells with ADT1-4-2 alone (upper) and with THP-1 cells
(lower) at a 1:2 target-to-effector ratio before staining of the Vd1 TCR and CD107a with a-Vd1 TCR-PE-
Vio770 and a-CD107a-VioBlue respectively. MFI of V81 staining was acquired using flow cytometry and
calculated from the TCR positive gate before calculating %MFI from the MFI of TCR positive, untreated
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and non-cocultured yd cells. MFI of CD107a staining was acquired using flow cytometry and calculated
from the ‘NOT THP-1’ gate before calculating %MFI from the CD107a MFI of untreated non-cocultured yd
cells. (C and D) Quantification of yd TCR expression (black) and CD107a expression (grey) after 2 hours
incubation of yd cells with ADT1-7-3 alone (upper) and with THP-1 cells (lower) at a 1:2 target-to-effector
ratio before staining of the V81 TCR and CD107a with a-Vd1 TCR-PE-Vio770 and a-CD107a-VioBlue
respectively. MFI of V81 staining was acquired using flow cytometry and calculated from the TCR positive
gate before calculating %MFI from the MF| of TCR positive, untreated and non-cocultured yo cells. MFI of
CD107a staining was acquired using flow cytometry and calculated from the ‘NOT THP-1’ gate before
calculating %MFI from the CD107a MFI of untreated non-cocultured yd cells. (E) Table representing the
percentage increase in yd CD107a expression from cocultured cells treated with the highest concentration
of V&1 mAb compared to untreated non-cocultured yd cells. (F) Table representing the percentage increase
in yd CD107a expression from cocultured cells treated with the highest concentration of V&1 mAb compared

to untreated, co- and non-cocultured yd cells.

V31 monoclonal antibodies on y3d activation measured by CD25 expression

The capacity of ADT mAb to engage with and activate VD1 yd cells is evaluated by measuring CD25
expression. Skin yd T-cells (from donor ATS006) were seeded into a 96 well round bottom plate at 6x10"5
cells/ml in yd media with THP-1 cells (ATCC-TIB-202) at 1.2x10”6 cells/ml and increasing concentration of
the test mAbs (range from 0.00067 to 67nM) or the highest concentration (67nM) of the corresponding
isotype control (hlgG1, RSV), diluted in PBS. The cells were incubated for 24 hours in a humidified CO2
chamber at 370C. The cells were washed and stained for dead cells (Thermo Fisher # 15580607), VD1
TCRs (Miltenyi # 130-117-697) and CD25 (Miltenyi #130-113-280) for 30 minutes at 40C. The cells were
washed in FACS buffer before incubating overnight at 40C in the dark. The VD1 TCR and CD107a
expression level, determined by median fluorescence intensity (MFI), was measured by flow cytometry the
following day using the MACS Quant Analyzer 16.

The results are shown in Figure 14, which shows affinity matured V81 mAbs induce activation only when
in the presence of target cells. (A and B) Quantification of yd TCR expression (black) and CD25 expression
(grey) after 24 hours incubation of y8 cells with RSV (added at 67nM) and ADT1-4-2 alone (upper) and with
THP-1 cells (lower) at a 1:2 target-to-effector ratio before staining of the V&1 TCR and CD25 with a-Vd1
TCR-PE-Vio770 and a-CD25-VioBlue respectively. MFI of V&1 staining was acquired using flow cytometry
and calculated from the TCR positive gate before calculating %MFI from the MFI of TCR positive, untreated
and non-cocultured yd cells. MFI of CD25 staining was acquired using flow cytometry and calculated from
the ‘NOT THP-1’ gate before calculating %MFI from the CD25 MFI of untreated non-cocultured y& cells. (C
and D) Quantification of yd TCR expression (black) and CD25 expression (grey) after 2 hours incubation
of y0 cells with RSV (added at 67nM) and ADT1-7-3 alone (upper) and with THP-1 cells (lower) at a 1:2
target-to-effector ratio before staining of the Vd1 TCR and CD25 with a-V81 TCR-PE-Vio770 and a-CD25-
VioBlue respectively. MF| of Vb1 staining was acquired using flow cytometry and calculated from the TCR
positive gate before calculating %MFI| from the MFI of TCR positive, untreated and non-cocultured yb cells.
MFI| of CD25 staining was acquired using flow cytometry and calculated from the ‘NOT THP-1' gate before
calculating %MFI| from the CD25 MFI of untreated non-cocultured yé cells. (E) Table representing the
percentage increase in yd CD25 expression from cocultured cells treated with the highest concentration of
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V81 mAb compared to untreated non-cocultured yd cells. (F) Table representing the percentage increase
in yd CD25 expression from cocultured cells treated with the highest concentration of V61 mAb compared

to untreated, co- and non-cocultured yd cells.

Cyno TCR Downregulation

Studies were undertaken to explore the capability of ADT1-4-2 to bind to cynomolgus v81 gamma delta T
cells and to induce its TCR down-regulation. For these studies, cynomolgus monkeys PBMCs were
collected from fresh blood and put into culture for 14 days to expand yo-T cells. Alternatively, of-T cells
were depleted from the total PBMCs population using magnetic beads coated with an anti-af
antibody(Clone R73) before to be expanded in vifro. Expansion was as followed, 250,000 cells were added
per well of a U-bottom 96-well plate in RPMI-1640 media containing 10% of FCS, antibiotics (P/S) and a
cocktail of cytokines (IFNy, 1L21, IL4, IL18 and IL15). Seven days later, cells were spiked with 10ul of fresh
media containing 10% of FCS, antibiotics (P/S) and the cytokines IL21 and IL15. It was followed by the
replacement of 100l of media by fresh media containing 10% of FCS, antibiotics (P/S) and IL15 atday 11.
At day 14, cells were collected and subjected to the TCR down-regulation assay. This assay consists of
mixing the cells with various concentrations of antibodies for 2 hours. After the incubation time, cells were
stained for flow cytometry analysis for the following markers: CD3, TCR-a, TCR-yd and VD1. A live/death
cell dye was also included to discriminate the live population of cells. Flow cytometry analysis was
performed by gating on the CD3+, TCR-yd+ and VD1+ cell population and VD1 mean florescence intensity
was measured inside the VD1+ gate. Isotype control (anti-RSV) or no antibodies were use as negative
control at the highest concentration only. Data were normalized to the control without any antibody. Figure
15 (A) shows the comparison of ADT1-4-2 and ADT1-4 capability to engage and reduce the expression of
VD1 on cynomolgus yd-T cells. Results shows a dose response reduction of VD1 expression upon
treatment with ADT1-4-2 (up to 76% at 33.3nM) but not ADT1-4 antibody. In that particular assay, y&-T
cells were expanded from an ap-T cell depleted population. A 500 time fold range of concentration was
used. Figure 15 (B) shows the percentage of cell surface expression of VD1 upon treatment with ADT1-4-
2. In this assay, expansion of y3-T cells was from the all PBMCs population. A 10,000 fold range of
concentration was used. Data shows a dose response reduction of VD1 cellular expression in 2 different
donors (AD8170 and AMS45BA) as an example. A total of 4 donors was tested and EC50 was extracted
individually using GraphPad Prism nonlinear fit curve function. Figure 15 (C) shows the individual EC50
value for the different donors combined with the mean and standard deviation. The mean is 3.83 £2.23nM.
Antibodies:

CD3-AF700 (BD Bioscience, clone SP34-2, ref:557917)

TCR-0B-AF647 (BioLegend, clone R73, ref: 201116)

TCR-yd-BV421 (BioLegend, clone B1, ref: 331218

VVD1-PE (eBioscience, clone TS8.2, ref : 12-5679-42)

Enhanced cytotoxicity of affinity matured clones

Affinity maturation of both ADT1-4 and ADT1-7 V&1 clones significantly enhances the cytotoxic effect of
V81 yd T-cells in the in vitro THP-1 killing assay
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THP-1 cell killing assay

Vd1 mAbs and anti-RSV IgG control were diluted to 1ug/ml in PBS and serially diluted 1:10 in PBS before
adding to 384-well ultra imaging assay plates (Perkin Elmer). THP-1 cells (ATCC) cultured in RPMI, 10%
FCS (Invitrogen) were stained with [0.5uM] CellTrace CFSE live cell dye for 20 minutes. Expanded skin

derived V81 yd T-cells were detached from tissue culture flasks and re-suspended in basal growth media
before mixing 1:1 with THP-1 cells in suspension. Cell suspensions were seeding into 384-well assay plates
to give a final cell seeding density of 1,000 THP-1 cells per well and 2,000 V51 yd T-cells per well. mAbs
were diluted in the final assay volumes to concentrations ranging from 200ng/ml to 0.2pg/ml. THP-1 and
V01 yd T-cells were cultured in the presence of V81 mAbs at 37°C, 5% CO: for 24 hours. To determine the
numbers of live THP-1 cells after 24 hours, confocal images were acquired using an Opera Phenix high
content platform capturing nine fields of view at 10x magnification. Live cell counts were quantified base on
size, morphology, texture and intensity of live cell stains.

Figure 16 shows the affinity matured V81 mAbs exhibit enhanced potency in a THP-1 high content
cytotoxicity assay compared to parental clones. (A&B) Quantification of live THP-1 cell numbers after 24
hours co-culture with y& T-cells in the presence of V81 mAbs or controls [Effector:Target ratio 2:1]. Cell
numbers were normalized as a percentage of the no yd T-cell control (100%). OKT3 (anti-CD3 antibody)
and an anti-RSV isotype control were included as assay controls. Cell numbers were calculated using high
content confocal microscopy on live cells. Graphs are representative of parental ADT1-4 (A) and ADT1-7
(B) clones. (C) Bar chart representing the average EC50s from OKT3 control, and the ADT1-4 and ADT1-
7 clones. Data is represented as Mean tstandard deviation of n=3 biological replicates. (D) Table
summarizing the EC50s plotted in (C). Data is represented as Mean, Standard deviation, fold change and

percentage improvement compared to ADT1-4 and ADT1-7 parental clones.

Vb1 monoclonal antibodies on antibody-dependent cellular cytotoxicity (ADCC)

Expanded skin-derived V81 yd T-cells from three donors were detached from tissue culture flasks and re-
suspended in basal growth media and seeded at a final density of 20,000 cells per well in white 96-well
plates. Raji cells were similarly seeded at 20,000 per well, to be used as a positive control for ADCC induced
by the CD20-targeted antibody Rituximab. mAbs were diluted and added to each well in final concentrations
ranging from 1 to 100 nM. FcyRIlla+ ADD Bioassay effector cells were thawed, and 62,500 cells were
added to each well followed by incubation at 37°C, 5% CO2 for 4.5 hours. Luciferin-containing Bio-Glo
reagent was added to each well, followed by a further 10-minute incubation, and luminescence measured

using a plate reader.

Figure 17 shows the Vd1-targeted mAbs induce negligible antibody-dependent cellular cytotoxicity (ADCC).
ADCC, as measured using a surrogate reporter assay in which downstream NFAT signalling is measured
by induction of luciferase activity within FcyRllla+ effector cells. The effector cells were co-cultured with
three yd T-cell donors (Effector:Target ratio 3) and varying concentrations of monoclonal antibody. CD20*
Raiji cells and Rituximab were included as a positive control. Bioluminescence was measured after 4.5

hours of co-culture. Data is represented as mean % SD of three biological replicates (three yd T-cell donors).
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Conclusions: This data demonstrates that ADT1-4 parent and the affinity matured derivative ADT1-4-2
does not induce ADCC, demonstrated via a FcyRllla+ effector reporter cell line in which NFAT signalling

induces luciferase activity. OKT3, however, appears to induce high levels of ADCC-specific signalling.

Vo1 monoclonal antibodies on complement-dependent cytotoxicity (CDC)

Expanded skin-derived V1 yd T-cells were detached from tissue culture flasks and re-suspended in basal
growth media and seeded at a final density of 75,000 cells per well in white 96-well plates. Raji cells were
similarly seeded at 75,000 per well, to be used as a positive control for CDC induced by the CD20-targeted
antibody Rituximab. mAbs were diluted and added to each well in final concentrations ranging from 1 to
100 nM. Human serum, either fresh or heat-inactivated, was added to a final concentration of 40%. Heat-
inactivation was performed by warming the serum in a water-bath at 56C for 30 minutes, followed by cooling
on ice. The cultures were then incubated at 37°C, 5% CO: for 24 hours. To determine the numbers of live
cells after 24 hours, the cells were harvested and stained with xx viability dye at a 1:1000 dilution for 20
minutes. Fluorescence was measured using the MACSQuant and live cell counts were quantified based on

negative staining for the viability dye.

The results are shown in Figure 18, which demonstrates Vd1-targeted mAbs do not induce complement-
dependent cytotoxicity (CDC). The number of viable yd T cells following culture with 40% human serum
and 50 nM anti-CD3 OKT3 or anti-V61 ADT1-4-2. and varying concentrations of monoclonal antibody.
Serum was used fresh or underwent prior heat-inactivation. CD20* Raji cells and Rituximab were included
as a positive control. Viability was measured after 24 hours of co-culture via viability dye. Data is
represented as mean + SD of three biological replicates.

Conclusions: This data demonstrates that ADT1-4-2 does not induce complement-dependent cytotoxicity
(CDC), with no increase in cytotoxicity of V81-positive cells in the presence of complement-containing

serum. Rituximab, however, shows strong CDC stimulation against CD20-positive Raji cells.

Healthy cell sparing

Studies were undertaken to explore the effect of stimulating/activating vd1 cells with anti-vd1 antibody with
respect to cytotoxicity towards healthy cells. This was tested by incubating the anti-v61 clone ADT1-4-2

with PBMC and then assessing monocyte cytotoxicity and apoptosis.

Cryopreserved human peripheral blood mononuclear cells (PBMC) were commercially sourced from 3
healthy donors. PBMC were seeded into round bottom 96-well tissue culture plates at 250,000 cells/well in
250ul of complete media (RPMI supplemented with 10% FCS, pen/strep, non-essential amino acids,
sodium pyruvate and HEPES) with 10ng/ml IL15. A titration vd1 antibody ADT1-4-2 was added to a final
concentration of 6.6nM. RSV IgG, IgG2a and OKT3 antibodies were included as controls. Stimulations
were performed for 20 hours. Flow cytometry analysis was performed at the end-point to determine the
monocyte phenotype in each condition and apoptotic monocytes. on vd1 cells. Cells were gated firstly on
live singlets, followed by CD14 (Miltenyi 130-110-523) to identify monocytes. Apoptotic monocytes were
then identified through positive ApoTracker Green staining (Biolegend 427402).
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Figure 19A (upper left panel) shows the vd1 TCR staining MFI upon antibody stimulation as an indication
oftarget engagement. Figures 19B (upper right panel) and 19C (lower panel) shows the endpoint monocyte
phenotype and apoptotic monocytes (respectively) following antibody stimulation. Stimulation with the vd1
antibody clone ADT1-4-2 engaged V31 cells but did not causes healthy monocyte cytotoxicity.

EXAMPLE 6. EFFECT OF ANTI-V81 ANTIBODY ON TIL POPULATIONS FROM PRIMARY TUMOUR
BIOPSIES

Anti-V81 antibody promoted activation, proliferation, and cytotoxicity in tumour-infiltrating
lymphocytes.

Studies were undertaken to explore anti-Vd1 antibody-conferred modulation of human tumour-infiltrating
lymphocytes (TILs). For these studies, human renal cell carcinoma (RCC) tumour biopsies were shipped
fresh and processed upon receipt. Biopsies were cut into pieces measuring ~2mm? and TILs were obtained
using an adaptation of the method originally described by Kupper and Clarke (Clarke et al, 2006).
Specifically, up to four 2mm?2 biopsies were placed on 9mm x 9mm x 1.5mm Cellfoam matrices, and one
matrix was placed per well on a 24-well plate. Biopsies were then cultured in 2 ml Iscove’s Modified
Dulbecco’s Medium (IMDM) supplemented with 4% human plasma, B-mercaptoethanol (50 pM), penicillin
(100 U/ml), streptomycin (100 pg/ml), amphotericin B (2.5 ug/ml), HEPES (10 mM), Na Pyruvate (1 mM),
MEM Non-Essential Amino Acids Solution (1X) and IL-15 (2 ng/ml, Miltenyi Biotech). 1 ml of medium was
aspirated every 3-4 days and replaced with 1 ml complete medium containing 2x concentrated IL-15. TILs
were harvested 10 or 11 days later, passed through a 70 uM nylon cell strainer, centrifuged at 300 xg for 5
minutes and resuspended in complete medium for counting. 400,000 cells were then plated per well in 96-
well plates prior to stimulation with anti-V61 antibodies. TILs were stimulated with ADT1-4, ADT1-4-2,
ADT1-7-3, or RSV IgG1 isotype control antibodies in the presence of IL-15 at a concentration of 2 or 50
ng/ml.

Figure 20 (A and B) show the % decrease in V01 TCR expression on total tumour infiltrating-yd T cells
following 48 (A) or 72 (B) hours mADb stimulation in two separate donors, confirming target engagement in
each case. Tumour-infiltrating V81* cells were analysed for expression of CD25 and Ki67. Figure 20 (C)
shows enhanced expression of both CD25 and Kié7 on V51* T cells following 48 hour stimulation with
ADT1-4-2 compared with stimulation with 1gG1 isotype control or ADT1-4. Supernatants from cultures of
mAb-stimulated TILs were analysed for cytokine production by MSD. Figure 20 (D) shows substantial fold
increases in IFN-y production by TILs stimulated with ADT1-4-2 or ADT1-7-3 for 72 hours in the presence
of 50 ng/ml IL-15. Figure 20 (E) shows that stimulation of TILs with ADT-1-4-2 or ADT1-7-3 did not enhance

secretion of type 17-associated cytokines IL-6 or IL-17 at this timepoint.

Alternatively, biopsies from different donors were digested enzymatically upon receipt to obtain a single cell
suspension. Specifically, up to 1 g of tissue was placed into a Miltenyi C tube along with 4.7 ml RPMI
supplemented with enzymes from Miltenyi’s Tumour Dissociation Kit at concentrations recommended by
the manufacturer aside from Enzyme R which was used at 0.2X concentration to prevent cleavage of

pertinent cell surface molecules. C-Tubes were placed on the gentleMACS™ Octo Dissociator with heating
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blocks attached. Program 37C_h_TDK_1 for the dissociation of small tumours was selected. After 1 hour
the digest was filtered through a 70 puM filter and complete IMDM containing 4% human plasma was added
to quench enzymatic activity. Cells were then washed twice and resuspended in complete IMDM for
counting. Depending on cell numbers, 2x108 or 4x10° cells were plated per well in 48-well plates and were
stimulated with ADT1-4, ADT1-4-2, or RSV IgG1 isotype control antibodies in the presence of IL-15 at a
concentration of 2 ng/ml. TILs isolated by enzymatic digestion were analysed by flow cytometry 24-72 hours
post mAb stimulation. Figure 20 (F and G) show the % decrease in V61 TCR expression on total tumour
infiltrating-yd T cells following mAb stimulation at 24 (F) or 72 (G) hours in two individual donors, confirming
target engagement in TILs isolated by enzymatic digestion. Figure 20 (H) shows dose-dependent
enhanced expression of Ki67 on yd T cells following 72 hours stimulation with ADT1-4-2. Supernatants
from cultures of mAb-stimulated TILs were analysed for cytokine production by MSD. Figure 20 (I and J)
show the fold increase in IFN-y produced by TILs isolated from two individual donors by enzymatic digestion
and stimulated with ADT1-4-2 at a concentration of 6.66 nM in the presence of 2 ng/ml IL-15 at two time
points, 24 hours (l) and 72 hours (J). In summary, these combined results highlight the ability of affinity
matured anti-V81 antibody to drive activation, proliferation and anti-tumourigenic cytokine production by

tumour-infiltrating yd T cells within 72 hours of stimulation.

In another experiment, lung tumour-derived TILs were isolated on grid matrices and stimulated with ADT1-
4, ADT1-4-2 or IgG1 isotype control for 10 days in the presence of 2 ng/ml IL-15. Figure 21 (A) shows
enhanced expression of CD25 and Ki67 in yo T cells stimulated for 10 days with ADT1-4-2. Figure 21 (B)
shows a substantial increase in Perforin* Granzyme B* yd T cells following 10 days stimulation with ADT1-
4-2. Stimulation with mAbs over a longer time period allowed for the analysis of immune licensing of af T
cells via anti-V81 antibody-stimulated V61* T cells. Figure 21 (C) shows considerably enhanced expression
of Granzyme B and Perforin by both CD8* and CD8- ap T cells following 10 days stimulation of tumour-
infiltrating V&1* T cells with ADT1-4-2. Supernatants from TILs cultured for 10 days with mAbs were
analysed by MSD. Figure 21 (D) shows markedly increased production of IFN-y, and moderately increased
production of IL-17 and IL-6 by lung tumour-derived TILs following stimulation with ADT1-4-2. Figure 21
(E) demonstrates enhanced production of the chemokines CCL2, CCL4 and CXCL10 by TILs following 10
days stimulation with ADT1-4-2. In summary, these results highlight the ability of anti-Vd1 antibody to drive
activation and cytotoxicity in tumour-infiltrating yd T cells, which can then promote cytotoxicity in tumour-

infiltrating af T cells.

EXAMPLE 7. V51-EGFR bispecific antibody binding affinity to human V51 and human EGFR antigen
The binding affinity of the antibodies to target (i.e. the V&1 chain of a yd TCR and EGFR) is established by
SPR analysis using a Reichert 4SPR instrument (Reichert Technologies). Antibody (1.5 ug/mL) is coated

onto a Planar Protein A Sensor Chip (Reichert Technologies) to give an increase on baseline of
approximately 500 uRIU. Recombinant human V&1 heterodimer or human EGFR was flown over the cell
at a concentration of 100 nM with the following parameters: 180 s association, 480 s dissociation, flowrate
25 pL/min, running buffer PBS + 0.05 % Tween 20. All experiments were performed at room temperature.

The results are shown in Figures 26A and 26B.
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Conclusions: This data demonstrates that the V81/EGFR bispecific antibodies demonstrate binding to
human V1 that is comparable to that of the monospecific anti-Vd1 antibodies used in their preparation,

notwithstanding the introduction of human EGFR binding capability.

EXAMPLE 8. Target cell binding of V31-EGFR bispecific antibodies
EGFR-positive A431 and V61-positive primary y0T-cells were assayed to determine the specificity and

affinity of EGFR/V31 bispecific antibody binding. Target cells were detached from tissue culture flask,
resuspended in PBS and seeded at a final density of 100,000 cells per well in v-bottom 96-well plates. Cells
underwent centrifugation and the cell pellets were resuspended in FCR blocking reagent according to the
manufacturer’s instructions, and incubated for 20 minutes at 4C prior to a further wash. Antibodies were
diluted to 500 nM in PBS and serially diluted 1:10 in PBS to 50 pM, and added to the cells, followed by a
20-minute incubation at 4C. To determine the quantity of mAb bound to the cell surface, the cells were then
stained with a murine anti-human IgG secondary antibody, conjugated to APC (dilution: 1:100) in addition
to a viability dye. Following 20-minute incubation at 4C, the cells were washed twice, and fluorescence

measured using the MACSQuant. The results are shown in Figure 27.
Conclusions: This data demonstrates that the V81/EGFR bispecific antibodies demonstrate binding to
VVd1-positive ydT-cells that is comparable to that of the monospecific anti-Vd1 antibodies used in their

preparation, notwithstanding the introduction of binding to the EGFR-positive A431 cell line.

EXAMPLE 9. Assessing y3 T cell activation and target cell cytotoxicity in vitro

Expanded skin-derived V61 yd T-cells and A431 cells were detached from tissue culture flasks and re-
suspended in basal growth media and seeded in 96-well plates at the relevant cell dilutions dependent on
the desired effector:target ratio. mAbs were diluted and added to each well at the specified concentration.
The cultures were then incubated at 370C, 5% CO2 for 4 (D) or 24 hours (A-C, E). To determine the
numbers of live cells, the cells were harvested and stained with viability dye at a 1:1000 dilution for 20
minutes. To determine CD25 status, cells were surface stained with an anti-CD25 antibody following cell
harvest. To measure degranulation, a fluorophore-conjugated anti-CD107a antibody was added directly
into the cell-antibody mix at the start of the co-culture. Following, two washes and cell fixation, fluorescence
was measured using the MACSQuant and live cell counts and median fluorescence intensity determined.

The results are shown in Figure 28.
Conclusions: This data demonstrates that the V81/EGFR bispecific antibodies induce activation and
degranulation of primary V81-positive yd T-cells leading to increased cell-mediated lysis of EGFR-positive

A431 cell line.

EXAMPLE 10. Further assessing yd T cell activation_and non-depletion_effects conferred by

antibodies of this invention

Studies were undertaken to explore the effect of stimulating/activating vd1 cells with anti-vd1 antibody with
respect to down-regulation of CD3 on vd1 cells. This was tested by incubating the anti-vd1 clone ADT1-4-

2 with PBMC and then analysing the TCR by phenotyping.
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Cryopreserved human peripheral blood mononuclear cells (PBMC) were commercially
sourced and seeded into round bottom 96-well tissue culture plates at 250,000 cells/well in 250ul of
complete media (RPMI supplemented with 10% FCS, pen/strep, non-essential amino acids, sodium
pyruvate and HEPES) with 10ng/ml IL15. A titration vd1 antibody ADT1-4-2 was added to a final
concentration of 1ug/ml (6.67nM), 0.01ug/ml (0.067nM) or 0.0001ug/ml (0.00067nM). RSV
IgG antibody was included as a control at matched concentration. Cultures were incubated for 14 days,
with media and antibody replenished every 3 days. Flow cytometry analysis was performed at the end-point
to phenotype the vd1 cells and TCR expression in each condition. Cells were gated firstly on live singlets,
followed by panyd (Miltenyi REA592; 130-113-508), which was the parent gate
for vd1 (Miltenyi REA173; 130-100-553), which was itself the parent gate for CD3 (Miltenyi REA613; 130-
113-142). Cell populations were identified through positive staining, and then the relative level
of expression of each marker between samples through the MFI.

Figure 29A shows thevd1 TCR MFI upon antibody stimulation as an indication
of mADb target engagement. Figure 29B shows the MFI of CD3 expression on positively
gated vd1 cells. Stimulation with the v61 antibody clone ADT1-4-2 engaged v61 cells and resulted in down-
regulation of both v61 and CD3 on vd1 cells.

EXAMPLE 11: Anti-vd1 antibodies do not induce ADCC.

An ADCC Reporter Bioassay (Promega) was used to assess the level of ADCC (antibody dependent cell-
mediated cytotoxicity) induced by anti-vd1 antibodies compared to control antibodies.

ADCC refers to the biological phenomenon whereby effector cells kill target cells that are tagged by
antibodies. The effector cells bind to the antibodies through their Fcy receptors and subsequently kill the
target cell. The ADCC reporter bioassay presented here uncovers potential ADCC mechanisms of action
of antibodies that are tested within the assay, by detecting the early initiation of ADCC via activation of
gene transcription through the NFAT (nuclear factor of activated T-cells) pathway. The reporter assay is an
engineered system that utilizes effector cells (Jurkats) that express high affinity FcyRIlla receptor linked to
the NFAT pathway which is further engineered in order to, upon its activation, induce further activation of
the firefly luciferase enzyme. Luciferase activity is quantified with a luminescence readout which can

correlate to levels of ADCC taking place.

This assay was utilized to understand whether anti-vd1 antibodies, or suitably the anti-v61 arm of
multispecific antibodies, would drive an ADCC reaction. The target cells utilized were yd cells which bind
to the anti-v81 antibody through the vd1 yd TCR. If an ADCC mechanism of action exists, the anti-vd1
antibody would bind the Fcy receptors on the assay effector cells and generate a luminescence signal; if
no signal is generated, this would suggest that ADCC is not taking place.

The ADCC Reporter Bioassay Kit (Promega) was utilised for this assay. One bottle of Bio-Glo Luciferase

Assay Buffer was thawed and transferred to the substrate bottle. The mixture was kept at room temperature

for 4-6 hours. A dilution plate was prepared with antibody concentrations (at 3X concentration) ranging from
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10nM to 0.01nM (final concentration) for the following antibodies: anti-vd1 antibody (ADT1-4-2), same anti-
vd1 antibody but Fc disabled (L235A, G237A) (ADT1-4-2 LAGA), Rituximab, RSV and OKT3. The target
cells (yo cells) were seeded into the 2 assay plates at 25ul per well. Then 25pl of the appropriate antibody
solution from the antibody dilution plate were transferred to the appropriate well. The effector cells
(engineered Jurkat cells) were thawed into warm assay buffer, resuspended into 4ml of the assay buffer,
and 25ul of the effector cell solution was pipetted into each well. The plates were then incubated at 37°C
for 4.5 hours. Following the incubation period, the plates were allowed to equilibrate to room temperature,
after which 75ul Bio-Glo Luciferase Assay reagent was added to each well and the plates were incubated
for 10 mins at room temperature. The plates were then read using a Biotek H4 plate reader which collected
the luminescence signals (as relative light units RLU) from the plates. Fold induction was calculated using
the following equation: Fold of Induction = RLU (induced-background) /RLU (no antibody control
background).

As a positive control, OKT3 (anti-CD3 antibody) was used. As an additional positive control, Raiji cells were
seeded instead of yd cells in the control wells. Raji cells are a commonly accepted cell line used to
demonstrate a strong ADCC reaction when utilised with the anti-CD20 antibody, Rituximab. As an internal
control and in order to understand whether anti-vd1 antibodies drive ADCC in the absence of vd1 binding
on yd cells, anti-vd1 antibodies of this invention and the same anti-vd1 antibodies but Fc-disabled, L235A,

G237A) were also added with the effector cells alone.

The results are shown in Figure 30.

Conclusions: A strong ADCC reaction was shown in the positive control using Rituximab with Raji cells
and an even stronger ADCC reaction was demonstrated with OKT3 against yd cells. Contrastingly, no
ADCC reaction was detected in either conditions using the anti-vd1 antibodies of this invention, the same
anti-vd1 antibodies but also Fc disabled L235A, G237A, or RSV negative control. This demonstrates that
in this system, antibodies of this invention that bind to v81 (such as anti-vd1 mAbs or anti-v81 multispecific
antibodies) do not show evidence of an ADCC mechanism of action. Remarkably, even Fc-enabled anti-
V01 antibodies do not deplete y& T cells, which provides the option of maintaining Fc function in the anti-
V81 antibodies presented herein, adding functionality, for example in high Fcy tumour environments. This
further highlights the suitability of such anti-Vd1 antibodies for inclusion in bispecific antibody formats as

described herein.

EXAMPLE 12: Manufacturability/Stability Assessment of V31xEGFR multispecific antibodies
To better understand the manufacturability/stability of the novel VO1XEGFR multispecific molecules as
described herein the inventors assessed a panel of these molecules via a variety of methods. The studies

revealed surprising differences which are now outlined.

(A) Yields in CHO
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Method: Multispecific antibodies were first produced in a standard CHO expression platform (“CHO
Platform 1”). This platform comprises standard expression vectors containing heavy and light chain
cassettes. Suspension-adapted CHO K1 cells (originally from ATCC and adapted to serum-free growth in
suspension culture) were employed for manufacture. The seed cells were grown in a chemically defined,
animal-component free, serum-free medium. Cells were then transfected with vectors and transfection
reagent, and cells were grown further. Supernatant was harvested by centrifugation and the antibody was

purified using MabSelect™ SuRe ™ prior to formulation.

Conclusions: The comparative yields for the two molecules expressed in this platform are indicated in
Figure 34A and highlight the superior expression and recoveries observed for ADT1-4-2xLEE when
compared to ADT1-4-2xFS1-67 (indicated by an arrow). A further comparison was then undertaken in an
alternative CHO platform (*CHO Platform 2”). In this alternative platform, the yields for each molecule were

more comparable.

(B) Stability under accelerated storage conditions

Method: The antibodies produced in ‘CHO platform 2’ above were then formulated in a typical antibody
formulation buffer at 2 mg/ml and studied under accelerated stress conditions (37°C). The molecules were
then analyzed by standard iclEF methods using the Uncle platform and standard protocols (Unchained
Labs, CA, USA).

Conclusions: Figure 34B shows that whilst most molecules appeared relatively stable, a marked increase
in a basic species was noted after only 48 hours for the ADT1-4-2xFS1-67 molecule (indicated by arrow).
No such increase was observed for the other molecules, as exemplified by ADT1-4-2xLEE molecule in this
Figure 34B. This finding demonstrates ADT1-4-2xLEE molecule is a more stable (e.g. more thermally
stable) VO1xEGFR multispecific antibody. Given the only sequence differences between ADT1-4-2xFS1-
67 and ADT1-4-2xLEE are at positions L358.T359.K360 this suggests that in some instances a VO1xEGFR
multispecificantibody comprising at least one first antibody-derived binding domain targeting the V31 chain
of a yd TCR and a second binding domain binding the EGF receptor and comprising L358.E359E.E360 is
a more preferred variant relative to a VO1xEGFR bispecific which instead comprises T358.D359.D360 at

these positions (all numbering in accordance with EU).

(C) Aggregation Propensity

Method: The melting profile of the multispecific antibodies were assessed using an Uncle and standard
protocols (Unchained Labs, CA, USA).

Conclusions: Figure 34C highlights that for the ADT1-4-2xFS1-65 molecule, the onset of aggregation
occurred ahead of melting resulting in a significant delta (indicated by arrow). This contrasted with the other
molecule wherein onset of aggregation was more concurrent with onset of melting. Concurrent

melting/aggregation is typically indicative of a more stable molecule.
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(D) Decay profile at higher concentrations under accelerated conditions (non-reduced analysis)

Method: Whilst studies exploring aggregating propensity at 2mg/ml did not reveal significant differences,
studies at 5mg/ml (under accelerated conditions, 18 days at 37°C) revealed marked changes in the
differing molecules when analyzed by non-reduced CE-SDS with the Maurice and standard protocols
(Unchained Labs, CA, USA).

Conclusions: By such analysis significant increases were noted in the appearance of non-
monomer impurities in a number (but not all) of the bispecific molecules analyzed. Exemplar results and
tabulated summary results of this study are presented in Figure 34D (marked changes indicated by arrows).

(E) Decay Profile at high concentrations under accelerated conditions (reduced analysis)

Whilst studies in (D) above highlight that ADT1-4-2xFS1-67 exhibited a more stable profile under
accelerated conditions when analyzed under non-reducing conditions, when analyzed under reducing CE-
SDS conditions (again using the Uncle and standard protocols, Unchained Labs, CA, USA), this same
ADT1-4-2xFS1-67 molecule exhibited a uniquely atypical profile relative to the other multispecific
molecules exemplified in the Figure 34E by ADT1-4-2xLEE. ADT1-4-2xLEE does not display the increased
‘shouldering’ observed after 18-day at 37°C (which is specific only to ADT1-4-2xFS1-67) which may be
suggestive of more favorable properties for ADT1-4-2xLEE.

EXAMPLE 13: Dialing up/down affinity on the VD1 binding arm of VD1xEGFR multispecific

antibodies.

In these studies, a series of multispecific antibodies were created wherein
(i) the affinity to V61+ was dialled up/down between about 0.2nM and 20nM whilst
(i) the affinity to EGFR was kept constant at about 1nM.

The effects of these molecules were then studied in a series of experiments. A control D1.3 x EGFR
multispecific molecule was also included in this series of studies. This control comprised a first binding
domain of mAb D1.3, which binds chicken lysozyme (instead of V31 TCR), and a second binding domain,
which binds EGFR with an affinity of around 1nM.

(A) Affinity Summary.

The nomenclature and affinity of this panel of multispecific molecules is presented.

SPR method for example 13: The binding affinity of the antibodies to target (human V&1) was established
by SPR analysis using a 4SPR instrument (Reichert Technologies). Antibodies (1.5 pg/mL) were coated
onto a Planar Protein A Sensor Chip (Reichert Technologies) to give an increase on baseline of
approximately 500 uRIU. Human V31 antigen was flown over the cell at a 1:3 dilution series with top
concentrations of 50 nM with the following parameters: 180s association, 900s dissociation, flow rate 25
pL/min, running buffer PBS + 0.05 % Tween-20. The chip surface was regenerated using 20 mM phosphoric
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acid following each injection. All experiments were performed at room temperature. Steady state fitting was

determined according to Langmuir 1:1 binding using TraceDrawer software (Reichert Technologies.

(B)(C) Impact of v81 TCR affinity on multispecific binding to tissue-resident V31+ cells.

In this first experiment with this panel of molecules, the role of affinity to the V81 TCR was explored.

Method: Skin tissue-derived V5 1+ effector cells were co-incubated with antibodies that were serially diluted
in PBS to a range of concentrations from 10nM to 0.13pM. The cells were incubated for 20 minutes at 4°C.
Cells were washed and stained with an anti- human Fc secondary antibody (Jackson Immunoresearch)
and a viability dye for dead cells (eFlour 780, Invitrogen) for 20 minutes at 40C. The cells were washed in
FACS buffer and resuspended in Cell Fix (BD sciences) before analysis on a MACSQuant Analyser 10 flow
cytometer (Miltenyi).

Conclusions: The binding data presented suggests a strong correlation between increased V&1 affinity
and increased level of multispecific antibody binding to tissue-resident Vd1+ cells. See Figure 35B and
Figure 35C showing the tabulated results of Figure 35B. This data highlights that higher affinity molecules
confer enhanced effects at saturating concentrations. Remarkably the effects conferred by higher affinity
variants cannot be mimicked or recapitulated with higher concentrations of lower affinity variants of
the antibodies. This suggests molecules with (unnaturally) high affinity to the V61 TCR confer differing
effects which lower affinity molecules are incapable of mimicking, even at significantly higher concentrations

(e.g. 100-fold). This discovery is also discussed further herein.

Further effects of these molecules were then studied in the following series of experiments. Skin tissue-
derived V01+ effector cells were co-incubated with EGFR+ A375 melanoma cancer cell line as follows:
o First, EGFR+ target cells were seeded into multi-well tissue-culture plates ~16 hours prior to assay
setup.
¢ The following day antibodies were serially diluted to a range of concentrations in basal growth
before adding to EGFR+ target cells.
e Skin derived V01 yd T-cells were detached from culture flasks and cell suspensions were seeded
into assay plates and co-cultures incubated for the specified duration at 37°C, 5% CO2.

e Cells were processed and analysed dependent on the chosen readout, as described in each case.

The results of these studies are presented as follows:

(D)(E) Impact of vd1 TCR affinity on V31 TCR internalization of tissue-resident V51+ cells.

In this first analysis wherein V81+ effector cells are co-incubated with EGFR+ cancer cells, the focus is on

the induction of V81 TCR internalization following multispecific antibody engagement.
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Method: Co-cultures were established as above with 2.5x10"4 V81 yd T-cells added to 2.5x10*4 EGFR+
target cells per well in U-bottomed 96-well plates. Prior to addition, V01 yd T-cells were stained with [0.5uM]
CellTrace Violet live cell dye for 20 minutes. Final assay antibody concentrations ranged from 10nM to
0.13pM. Following incubation for 4 hours at 37°C, 5% CO2, cells were harvested and stained for dead cells
(eFlour 780, Invitrogen) and V81 TCR (MiltenyiBiotec) surface expression for 20 minutes at 4°C. The cells
were washed in FACS buffer and resuspended in Cell Fix (BD sciences) before analysis on a MACSQuant

Analyser 10 flow cytometer (Miltenyi).

Conclusion: The reduction in MFI is presented in Figure 35D. These results are indicative of increased
TCR downregulation upon antibody engagement. It was also discovered that the higher the affinity, the
greater the reduction in MFI signal (and therefore TCR downregulation). Remarkably, even when 100-fold
more of the lower affinity molecule (ADT1-4-138xADT3-2) was added, no equivalent signal reduction could
be induced. This suggests unnaturally high affinities to the TRDV1 target can further enhance TCR
downregulation. It also suggests very high affinity binding confers differing effects on TCR function. It can
only be speculated as to why such high affinities are required to achieve more optimal saturating
downregulation effects. It is possible this is a stochastic effect on a homogenous Vd1+ population wherein
longer residence time (through reduced off-rate) of the higher affinity molecules confers higher saturating
effects, possibly via higher levels of TCR cross-linking. A possible alternative is that a subset of V&1+ cells
are refractory to TCR downregulation effects conferred by the lower affinity molecules. A summary of the
findings in Figure 35D is presented in tabulated form (See Figure 35E). This further highlights the fact
that high affinity delivers differing effects at saturating concentrations and that the reduced effect conferred
by lower affinity molecules cannot be compensated for by dosing at higher concentrations.

(F)(G) Impact of vd1 TCR affinity on degranulation of tissue-resident Vo1+ cells.

This next analysis is focused on the degranulation effects conferred by multispecific antibodies of this

invention.

Method: Co-cultures were established as above with 2.5x10"4 V51 yd T-cells added to 2.5x10"4 EGFR+
target cells per well in U-bottomed 96-well plates. Prior to addition, V31 yd T-cells were stained with [0.5uM]
CellTrace Violet live cell dye for 20 minutes. Final assay multispecific antibody concentrations ranged from
10nM to 0.13pM. Additionally, a fluorophore-conjugated antibody specific for CD107a (MiltenyiBiotec) was
added at the start of the co-incubation. Following incubation for 4 hours at 37°C, 5% CO2, cells were
harvested and stained for dead cells (eFlour 780, Invitrogen) for 20 minutes at 4°C. The cells were washed
in FACS buffer and resuspended in Cell Fix (BD sciences) before analysis on a MACSQuant Analyser 10
flow cytometer (Miltenyi). See Figure 35F.

Conclusions: These studies demonstrate once again that increased affinity confers optimal effects. A
direct correlation between increased CD107a upregulation and increased affinity is observed. Once more
this data suggests unnaturally high affinities to the Vd1 TCR drive remarkably differing, more favorable
effects which cannot be recapitulated with molecules with a lower affinity to V81, even when dosed at much

higher concentrations. Summary results of Figure 35F are presented in tabulated form. (See Figure 35G)
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Once again, this summary highlights the discovery that higher affinity molecules at saturating
concentrations confer differing, more enhanced saturating effects relative to a lower affinity molecule, even

when employed at much higher concentrations.

(H)(1) Impact of vd1 TCR affinity on multispecific cytolytic function towards EGFR+ cancer cells.

This next analysis is focused on the cytolytic effect conferred by multispecific antibodies of this invention.

Method: Co-cultures were established as above with 4x10"3 V81 yb T-cells added to 4x10*3 EGFR+ target
cells per well in 384-well CellCarrier Ultra plates (PerkinElmer). Final assay antibody concentrations ranged
from 5 nM to 0.03 pM. Following incubation for 24 hours at 37°C, 5% CO2, cells were stained with Hoechst
33342 (Invitrogen) and for dead cells (DRAQ7, Abcam) for 1 hour at 37°C. The cells were imaged on an
Opera Phenix system (PerkinElmer) and quantity of viable target cells determined using a linear regression
model (Harmony 4.9) based on size, morphology, texture and intensity of live cell stains and the absence
of DRAQ7 staining.

Conclusion: The data presented here demonstrates the highest Vo1 affinity molecules to be the most
potent and cytolytic towards EGFR+ cancer cells. See Figure 35H. Further, qualitative differences were
observed between the lowest V31 affinity multispecific antibody (20nM) and mid/high-Vé1 affinity
multispecific antibodies (1.2nM and 0.2nM respectively) wherein markedly differing saturating effects were
observed. This suggests unnaturally high affinities confer remarkably different, enhanced effects. These
effects cannot be mimicked using molecules with lower affinity to V61 TCR, even when dosed at much
higher (e.g. 100-fold) concentrations. Summary results from Figure 35H are presented in tabulated form
(see Figure 351). This highlights the discovery that higher affinity molecules at saturation concentrations
confer differing more enhanced effects relative to a lower affinity molecule - even if delivered at much higher

concentrations.

(J)(K) Impact of vd1 TCR affinity on proliferation of tissue-resident V&1+ cells.

This next analysis is focused on the induction of proliferation of V31+ cells conferred by multispecific

antibodies of this invention.

Method: Co-cultures were established as above with 3x10%4 V61 yd T-cells added to 1.5x10%4 EGFR+
target cells per well in U-bottomed 96-well plates. Prior to addition, target cells were stained with [0.5uM]
CellTrace Violet live cell dye for 20 minutes. Final assay multispecific antibody concentrations ranged from
2 nM to 0.25pM. The cells were incubated for 5 or 7 days at 37°C, 5% CO2. Complete media with the
addition of cytokines (IL-2, IL-15, IL-4 and IL-21; need units) were added at day 3 and day 5. Cells were
washed and stained for dead cells (eFlour 780, Invitrogen) for 20 minutes at 4°C. The cells were washed
in FACS buffer and resuspended in Cell Fix (BD sciences). The number of events was measured by flow
cytometry the following day using the MACS Quant Analyzer 10.
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Conclusion: These studies further reinforce the finding that increased affinity confers more enhanced
effects wherein a direct correlate between increased induction of proliferation of V31 T cells and increased
affinity is observed. See Figure 35J (and summarised in tabulated form in Figure 35K). This is most evident
in the highest affinity iteration demonstrating the lowest EC50 and EC95 and the highest maximum cell
numbers. Higher affinity molecules are more potent at driving proliferation of V81 T cells proliferation.
Interestingly, and somewhat different to other technical effects conferred by higher affinity molecules, lower
affinity molecules variant can confer similar effects when delivered at 100-fold higher concentrations in this

instance.

(L) Overall Summary of this Study

See Figure 35L.

This summary highlights

0] the advantageous technical effects conferred by antibodies of this invention with a higher
affinity (less than 10 nM) to the V&1+ TCR; and
(i) which of the reduced effects conferred by lower affinity molecules (more than 10 nM) can

then compensated for by increasing the concentration 100-fold or more.

(M) Impact of TAA copy number.

The above findings as summarized in Figure 35L highlight some intriguing results. Specifically
@ high-affinity molecules (to V61 TCR) deliver enhanced effects relative to lower affinity
molecule variants and
(i) the reduced effects conferred by lower affinity variants can not always be compensated for

by increasing concentration of these molecules.

However, the inventors next explored the impact of copy number against the second target (in this instance
EGFR) in such assays. (See Figure 35M). The studies employed the same methodologies as outlined
above but replaced the lower copy number TAA cancer cell line (A375) with the cancer cell line (A431),
which displays an extremely high copy number. Intriguingly, in this equivalent study which therefore
involved co-incubation of primary V&1+ cells with a uniquely high copy number EGFR+ cancer cell line, a
different finding was uncovered. Specifically, in some instances the inferior effects observed by lower
affinity variants can be overcome by increasing the concentration of these variants in the assay if combined
with a higher TAA copy number cancer cell line. Whilst high affinity molecules exhibit similar effects at
similar concentrations irrespective of EGFR copy number of cancer cell line employed in the assay, for
lower affinity molecules, a combination of increasing the concentration of the molecule, combined with use
of a higher copy number cancer cell line resulted in compensatory effects. When using higher
concentrations of the low affinity variants in such circumstances, saturated CD107a upregulation and
saturated TCR downregulation conferred by the lower affinity molecules can - for the first time - mimic the

saturating effects of higher affinity molecules.
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This suggests that the reduced effects of lower affinity molecules can be ‘recovered’ if
(a) very high TAA target cell lines are employed in the assay and

(b) 100-fold (or more) increased concentrations of the molecule are employed.

Whilst the mechanism behind these findings can only be speculated upon, it does highlight once again the
advantages of molecules of this invention with higher affinity to the V81 TCR. For example, the efficacy of
the lower affinity variants is significantly reduced if target cancer cell lines have normal EGFR TAA levels.
This may not be overcome by higher dosing. Additionally, in the case for the EGFR TAA, it is well
understood that extremely high copy number EGFR cancers are in a minority in most cancers e.g. see
recent studies on certain breast cancer (eg. Kim et al 201310.1371/journal.pone.0079014) or head and
neck cancers (eg. Licitra et al 2011 DOI: 10.1093/annonc/mdq588) or gastric cancers (eg. Zhang et al 2015
doi.org/10.3892/01.2015.3875). Hence the increased utility and surprising advantages of the unnatural

higher affinity antibodies of this invention over and above lower affinity variants are very clear.

EXAMPLE 14: Dialing up/down _affinity on the EGFR binding arm of VD1xEGFR_ multispecific
antibodies.

A series of multispecific antibodies were created wherein
0} the affinity to EGFR was dialed up/down whilst
(i) the affinity to VO1 was kept constant at about 0.2nM.

The starting EGFR binding domain (FS1-67) for this exploration has previously been described
(W0O2018015448). One motivation to further modify this binding domain was an attempt to further fine-tune
the affinity of this domain when employed in multispecific antibodies of this invention. In doing so the
inventors have discovered that returning certain amino acids in the EGFR binding domains back to wild-
type human immunoglobulin sequence impacted affinity to the EGFR target more so than others. This
exploration resulted in the discovery of a panel of more finely-tuned binding domains with a range of affinity
options ranging from about 1nM binding to about 140nM to EGFR. The differing EGFR binding domains
conferred a variety of distinguishing properties when incorporated into multispecific antibodies of this
invention. Accordingly, this panel of multispecific antibodies has also proved invaluable when exploring and

determining the role of affinity.

Also included in this study - where indicated - is the multispecific D1.3xFS1-67 control (comprising a 1nM
affinity EGFR second binding domain and first binding domain comprised binding domain to chicken
lysozyme)

(A) Affinity Summary

The nomenclature and affinity of this panel of multispecific molecules is presented.

SPR method for example 14: For human EGFR, recombinant protein (Stratech; 10001-HO8H-SIB-100ug)
was coupled to a Carboxylmethyl Dextran Sensor Chip (Reichert Technologies) to give an increase in
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baseline of approximately 500 uRIU. Concentration ranges of antibodies (7.5 — 200 nM) were injected in
PBS-T buffer with the following parameters: 180s association, 660s dissociation, flow rate 25 pL/min,
running buffer PBS-T. The chip surface was regenerated using 20 mM phosphoric acid following each
injection. All experiments were performed at room temperature. Steady state fitting was determined
according to Langmuir 1:1 binding using TraceDrawer software (Reichert Technologies).

Conclusions: The summary results are presented in Figure 36A. For this study, the starting CH3-based
FS1-67 binding module contains 5 modifications in the AB loop, 3 in the CD loop, and 5 in the EF loop.
When attempting to modify the affinity of this molecule by varying degrees, some interesting discoveries
were made. For example, it was discovered that returning all 5 amino acids in the AB loop back to wild-
type sequence has the most significant impact on EGFR binding affinity (ADT1-4-2xLEE1 as indicated,
broken line black rectangle). Certainly, when compared to the full return of the CD loop or (partial) return of
the EF loop back to wild-type immunoglobulin sequence (ADT1-4-2xLEE2 and ADT1-4-2xLEE3
respectively), changes to the AB loop were the most impactful. Indeed, by some measures (see later)
returning the AB loop to wild-type sequence resulted in loss of binding affinity and specificity. Hence it was
unexpected that affinity was not impacted when a non-conservative amino acid found in the AB loop of
FS1-67 was modified from threonine (polar) back to leucine (non-polar). This is highlighted by comparing
the ADT1-4-2 LEE molecule (highlighted by solid line black rectangle, 1 change — negligible impact on
affinity/function) with the ADT1-4-2 LEE1 molecule (highlighted by the dotted black rectangle, 5 changes—
biggest impact on affinity/function). This said, the resulting ADT1-4-2xLEE now comprising only 4 changes
to the AB loop did also incorporate additional modifications too. Hence it cannot be ruled out that these
other (conservative) changes in the binding loop (D3659E, D360E) also contributed to the retention of high
affinity; albeit surprisingly so. Either way, given returning such modifications back to wild-type may afford a
reduced immunogenicity risk in the resulting multispecific antibodies of this invention, a wild-type Leucine
at position 358 — and as part of 4 amino-acid change to AB loop - is considered more preferred to 5 (or
more) amino acid changes as found in the starting FS1-67, FS1-65 or 747 EGFR binding domains as
incorporated into ADT1-4-2xFS1-67, ADT1-4-2xFS1-65 and ADT1-4-2x747 respectively.

(B)(C) Impact of EGFR affinity on multispecific binding to EGFR+ colon cancer cell line HT-29.

Method: Example binding of EGFRxV81 multispecific antibodies was determined by incubating EGFR+
HT-29 target cells with antibodies that were serially diluted in PBS to a range of concentrations from 500
nM to 0.13pM for 20 minutes at 4 degrees. After washing, cells were incubated for a further 20 minutes with
anti-human IgG secondary antibodies (Jackson Immunoresearch) and live/dead stain (eFluor 780,
Invitrogen) before washing and fixing using CellFix. The amount of antibody bound to each cell type was
determined using flow cytometry (MACSQuant Analyser 10, Miltenyi Biotech).

Conclusions: The data presented suggests a strong, direct and graduated correlation was observed

between increased EGFR affinity and increased level of multispecific antibody binding to EGFR+ HT-29

cancer cells. See Figure 36B. Figure 36C presents the results of Figure 36B in tabulated form.
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Further effects of these molecules were then studied in the following series of experiments. In brief, skin
tissue-derived o1+ effector cells were co-incubated with EGFR+ A375 melanoma cancer cell line as
follows; EGFR+ target cells were seeded into multi-well tissue-culture plates ~16 hours prior to assay setup.
The following day antibodies were serially diluted to a range of concentrations in basal growth before adding
to EGFR+ target cells. Skin derived V81 yd T-cells were detached from culture flasks and cell suspensions
were seeded into assay plates and co-cultures incubated for the specified duration at 370C, 5% CO2. Cells
were processed and analyzed dependent on the chosen readout, as described in each case. The results

of these studies are presented as follows:

(D)(E) Impact of EGFR affinity on V81 TCR downregulation of tissue-resident V&1+ cells.

This next analysis is focused on the induction of V1 TCR internalization following multispecific antibody

engagement.

Method: Co-cultures were established as above with 2.5x10"4 V51 yd T-cells added to 2.5x10"4 A375
EGFR+ target cells per well in U-bottomed 96-well plates. Prior to addition, Vo1 yd T-cells were stained
with [0.5uM] CellTrace Violet live cell dye for 20 minutes. Final assay antibody concentrations ranged from
10nM to 0.13pM. Following incubation for 4 hours at 370C, 5% CO2, cells were harvested and stained for
dead cells (eFlour 780, Invitrogen) and V®1 TCR (MiltenyiBiotec) surface expression for 20 minutes at 40C.
The cells were washed in FACS buffer and resuspended in Cell Fix (BD sciences) before analysis on a
MACSQuant Analyser 10 flow cytometer (Miltenyi).

Conclusions: The reduction in V81 TCR MFI is indicative of increased TCR downregulation and
specifically, it was discovered that the higher the affinity to EGFR, the greater the reduction in this signal.
Remarkably, however, the relationship between EGFR affinity and induction of TCR downregulation did not
appear to be a graduated correlation, but one dependent on a threshold affinity value. Specifically, three
molecules (ADT1-4-2xLEE, ADT1-4-2xLEE2, and ADT1-4-2xLEE3) which respectively exhibited affinity of
about 1nM, about 9nM and about 19nM affinity to EGFR clustered closely together and conferred similar
TCR downregulation effects and associated EC50 values. These three molecules contrasted significantly
with ADT1-4-2xLEE1. As discussed previously, this molecule contains a wild-type immunoglobulin AB loop
and exhibits the lowest affinity of about 140nM. This molecule does not confer the desired TCR
downregulation effects when compared to the other three molecules even when combined with the high-
affinity anti-vVd1 TCR ADT1-4-2 binding domain as is the case here. This would suggest there exists a
threshold effect or steeply sloped gradient effect with multispecific antibodies such as ADT1-4-2xLEE,
ADT1-4-2xLEE2, and ADT1-4-2xLEES clustered together and separate from lower EGFR affinity molecules
such as ADT1-4-2xLEE1. This contrasts with the shallower, more graduated affinity/binding events
previously seen (see Figure 36B above) wherein the binding effects conferred by these multispecific
antibodies were graded by their respective affinities to the EGFR second binding target rather than more
clustered into two contrasting groups. See Figure 36D. Figure 36E presents the results of Figure 36D in

tabulated form.
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(F)(G) Impact of EGFR affinity on degranulation of tissue-resident V51+ cells

This next analysis is focused on the degranulation effects conferred by multispecific antibodies of this

invention.

Method: Co-cultures were established as above with 2.5x10"4 V51 yd T-cells added to 2.5x10*4 EGFR+
target cells per well in U-bottomed 96-well plates. Prior to addition, V01 yb T-cells were stained with [0.5uM]
CellTrace Violet live cell dye for 20 minutes. Final assay multispecific antibody concentrations ranged from
10nM to 0.13pM. Additionally, a fluorophore-conjugated antibody specific for CD107a (MiltenyiBiotec) was
added at the start of the co-incubation. Following incubation for 4 hours at 370C, 5% CO2, cells were
harvested and stained for dead cells (eFlour 780, Invitrogen) for 20 minutes at 40C. The cells were washed
in FACS buffer and resuspended in Cell Fix (BD sciences) before analysis on a MACSQuant 16 flow
cytometer (Miltenyi).

Conclusions: These studies demonstrate once again that increased affinity for EGFR confers optimal
effects wherein a correlation between increased CD107a upregulation and increased affinity is observed.
This relationship is dependent on a threshold affinity value. As with TCR downregulation, multispecific
antibodies with an affinity range of about EGFR of 1 to about 19 nM functionality clustered together and
induced significantly higher levels of CD107a relative to the lower affinity molecule (ADT1-4-2xLEE1). This
data suggests multispecific antibodies of this invention with high-to-medium affinities to EGFR drive
remarkably differing, more favorable effects in certain scenarios which cannot be repeated with molecules
with lower affinity to EGFR, even when dosed at much higher concentrations (eg. 1,000-fold). The results

are shown in Figure 36F, and are summarised in tabulated form in Figure 36G.

(H)(I) Impact of EGFR affinity on 41BB activation status of tissue-resident Vd1+ cells.

This next analysis is focused on the increase in activation-induced marker 41BB of Vd1+ cells conferred by
multispecific antibodies of this invention.

Method: Co-cultures were established as above with 2x10"4 V31 yb T-cells added to 2x10"4 EGFR+ target
cells per well in U-bottomed 96-well plates. Prior to addition, V81+ yd T-cells were stained with [0.5uM]
CellTrace Violet live cell dye for 20 minutes. Final assay multispecific antibody concentrations ranged from
100 pM to 0.13pM. Following incubation for 24 hours at 370C, 5% CO2, cells were harvested and stained
for dead cells (eFlour 780, Invitrogen) and 41BB (MiltenyiBiotec) surface expression for 20 minutes at 40C.
The cells were washed in FACS buffer and resuspended in Cell Fix (BD sciences) before analysis on a
MACSQuant Analyser 10 flow cytometer (Miltenyi).

Conclusions: The data presented here (see Figure 36H and a tabulated summary in Figure 36l)
demonstrates that the multispecific antibodies of this invention with higher affinities to EGFR to be the most
effective at stimulating increased 41BB activation of VV81+ cells. As with some other studies discussed
previously, significant qualitative differences were again observed between the lowest EGFR affinity

multispecific antibody about 140nM and mid-to-high-EGFR affinity multispecific antibodies (those under
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about 20nM threshold) wherein the lower affinity was unable to induce marked V&1+ cell activation. This
suggests a threshold in which medium-to-high affinities are functionally clustered together — as measured
by 41BB upregulation on this occasion. Once more, these effects cannot be repeated using molecules with
lower affinity to EGFR, even when dosed at much higher (eg. 1,000-fold) concentrations. Interestingly
however, it was also observed that the increased 41BB levels at saturation for the highest affinity molecule
(ADT1-4-2xLEE, about 1nM) was less than that observed for the mid-range multispecific molecules of this
invention at between about 9nM-19nM (ADT1-4-2xLEEZ2 and ADT1-4-2 LEE3). This observation - that the

highest affinity may not always be most preferred - is further discussed later herein.

(JXK) Impact of EGFR affinity on multispecific cytolytic function towards EGFR+ cancer cells.

This next analysis is focused on the cytolytic effect conferred by multispecific antibodies of this invention.

Method: Co-cultures were established as above with 4x10*3 V61 yd T-cells added to 4x10°3 EGFR+
target cells per well in 384-well CellCarrier Ultra plates (PerkinElmer). Final assay antibody concentrations
ranged from 5 nM to 0.03 pM. Following incubation for 24 hours at 370C, 5% CO2, cells were stained with
Hoechst 33342 (Invitrogen) and for dead cells (DRAQ7, Abcam) for 1 hour at 370C. The cells were imaged
on an Opera Phenix system (PerkinElmer) and quantity of viable target cells determined using a linear
regression model (Harmony 4.9) based on size, morphology, texture and intensity of live cell stains and
the absence of DRAQY staining.

Conclusions: This data demonstrates that the higher EGFR affinity molecules are the most potent and
cytolytic towards EGFR+ cancer cells. Once again, significant qualitative differences were observed
between the lowest EGFR affinity multispecific antibody (at about 140nM) and mid-to-high-
EGFR affinity multispecific antibodies (at about 1nM to 19 nM). Indeed, no measurable target killing was
induced by the low EGFR affinity molecule (ADT1-4-2xLEE1). Hence this is another example wherein a
threshold effect is observed whereby molecules at about 1nM to about 19nM (ADT1-4-2xLEE, ADT1-4-
2xLEE3, ADT1-4-2xLEE2) confer a clustered more optimal functional effect. These effects cannot be
repeated using molecules with lower affinity to EGFR, even when dosed at much higher (eg. 10,000-fold)
concentrations. The results are shown in Figure 36J, and are summarised in tabulated form in Figure 36K.

(L)(M) Impact of EGFR affinity on proliferation of tissue-resident V1+ cells;

This next analysis is focused on the induction of proliferation of Vd1+ cells conferred by multispecific
antibodies of this invention.

Method: Co-cultures were established as above with 3x10"4 V81 yd T-cells added to 1.5x10%4 EGFR+
target cells per well in U-bottomed 96-well plates. Prior to addition, target cells were stained with [0.5uM]
CellTrace Violet live cell dye for 20 minutes. Final assay multispecific antibody concentrations ranged from
2 nM to 0.25pM. The cells were incubated for 5 or 7 days at 370C, 5% CO2. Complete media with the
addition of cytokines (IL-2, IL-15, IL-4 and IL-21; need units) were added at day 3 and day 5. Cells were
washed and stained for dead cells (eFlour 780, Invitrogen) for 20 minutes at 40C. The cells were washed
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in FACS buffer and resuspended in Cell Fix (BD sciences). The number of events was measured by flow
cytometry the following day using the MACS Quant Analyzer 10.

Conclusions: These studies demonstrate once again that increased affinity confers more optimal effects
wherein a direct correlation between increased induction of proliferation of V31 T cells and increased affinity
is observed. Once again, a clustering effect is observed wherein multispecific antibodies of this invention
with mid-to-high affinities to EGFR in the range of about 1nM to about 19nM affinity (ADT1-4-2xLEE, ADT1-
4-2xLEE3, ADT1-4-2LEE?2) functionally cluster together whilst the lower affinity molecule with an affinity of
about 140nM (ADT1-4-2xLEE1) is significantly impaired and is equivalent to the non-binding (to TCR)
control in this assay. Interestingly and similarly to 41BB effect (see Figure 36H), the very highest affinity at
about 1nM affinity to EGFR does not confer the highest saturation effects. Rather, the mid-range affinity
molecules at about 9nM-19nM (ADT1-4-2xLEE3 and ADT1-4-2xLEE2 respectively) confer the highest
proliferative effects at saturating concentrations of the antibodies. This more optimal effect conferred by
mid-range affinity multispecific antibodies of this invention is discussed later herein. The results are shown

in Figure 36L and are summarised in tabulated form in Figure 36M.

(N) Affinity to EGFR and impact of cancer cell TAA copy number

These studies highlight the impact of affinity towards EGFR for multispecific antibodies of this invention.

Next these effects were compared to the effects observed wherein extremely high-copy number A431 cell
line rather than lower copy number A375 cell line is instead employed in V&1+ cellEGFR+ cancer cell co-
incubation studies.

A summary of this comparison is presented in Figure 36N and it was discovered that for extremely high
EGFR copy number cancers as represented by A431, some of the reduced effects observed by the lower
affinity multispecific antibody of about 140nM (ADT1-4-2xLEE1) could be ‘recovered’. However, this
recovery was still graduated, and the lower affinity molecule still do not ‘cluster’ with the mid-to-high affinity
variants of ADT1-4-2xLEE, ADT1-4-2xLEE2 and ADT1-4-2xLEE3. Nevertheless, this observation is of
interest and suggest lower affinity variants are more functional (and so more selective) for higher copy

number EGFR bearing cancer cells.

Suitably, the functional properties of the antibodies when provided in a monospecific format are shared by

the multispecific antibodies of the invention that additionally specifically bind to a second antigen.

EXAMPLE 15: Impact of affinity on preferential binding to V31 cells versus EGFR cells

This following experiment explores how dialing up and down affinity on the respective binding domains
impacts molecule distribution and preferential binding. Specifically, this study explored how varying binding
affinity for the respective V61 and EGFR targets then impacts the binding preferences for multispecific
antibodies of this invention.
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Method: Co-cultures were established with 2x10*4 V&1 T-cells added to 2x10*4 EGFR+ target cells per
well in U-bottomed 96-well plates. A ‘limiting’ quantity (16pM) of each multispecific antibodies as indicated
were then added and the cells were incubated for 20 min at 4°C. Cells were incubated for a further 20
minutes with anti-human IgG secondary antibodies (Jackson Immunoresearch) and live/dead stain (eFluor
780, Invitrogen) before washing and fixing (BD Cell fix). The amount of antibody bound to each cell type
was determined using flow cytometry (MACS Quant Analyzer 10, Miltenyi Biotech).

Conclusions: Figure 37(A) shows the impact of affinity on preferential binding to Vd1 versus EGFR cells
as a bar chart format: The relative distribution between the two cell types is shown for each antibody as
indicated. This data demonstrates that modification of V31 affinity has only a marginal impact on binding
ratios and distribution profiles. By contrast there appears to be a more profound effect when the affinity for
EGFR binding domain is modified. Specifically, multispecific antibodies with lower EGFR affinities exhibit
considerable preference towards V81 binding - with the lowest EGFR binder ADT1-4-2xLEE1 (Kd, 140 nM)
demonstrating the greatest preference for V81 cells. In summary, these results demonstrate that by dialing
up and down affinity of the respective binding domains, one can potential select and direct differing cell
target/tissue distribution profiles. Moreover, when these findings are combined with others herein it
suggests that whilst EGFR mid-affinity antibodies of this invention (of between about 9nM and about 19
nM) exhibit similar effects in variety of ways to higher affinity variants (of about 1nM affinity to EGFR) such
mid-affinity multispecific antibodies of this invention do vary in other ways and may offer a more favorable
tumour-mediated antibody clearance, distribution and EGF blocking profile in certain circumstances. This
may in turn may offer greater potential to further reduce dose-limiting skin toxicities relative to higher affinity
EGFR variants of this invention. Figure 37B presents the results of Figure (A) are presented in a tabulated

format and Figure 37C presents the sesults of part (A/B) as a ratio.

EXAMPLE 16: Affinity to EGFR; impact on multispecific antibody internalization by

A431 tumour cells

(A)(B) This analysis is focused on the internalization of certain multispecific antibodies (and
comparators). As described previously, a series of multispecific antibodies were created wherein

0] the affinity to EGFR was dialed up/down with a range of affinity options ranging from about

1nM binding to about 140nM to EGFR whilst

(i) (i) the affinity to V1 was kept constant at about 0.2nM.
Also included in this study - where indicated - is the monospecific RSV IgG comparator (comprising binding
domains to RSV protein), the multispecific D1.3xFS1-67 control (comprising a 1nM affinity EGFR second
binding domain and first binding domain comprised binding domain to chicken lysozyme).

Methods: Cultures were established with 4x10"3 EGFR+ A431 tumours cells per well in 384-
well CellCarrier Ultra plates (PerkinElmer). Antibodies were covalently labelled with Cy5 fluorophores using
a Lightning Link antibody conjugation kit (Abcam), according to manufacturers instructions. Prior to addition
of antibody, the cells were imaged on an Opera Phenix system (PerkinElmer) using the Cy5 filter set.

Labelled antibodies at final concentrations of 1 nM were then added and cells imaged by Opera Phenix for
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a further 8.5 hours at intervals of 15 minutes. The intensity of Cy5 within the intracellular regions was

determined using Harmony 4.9 analysis.

Conclusions: This data demonstrates that the lower EGFR affinity multispecific molecules demonstrate
the least EGFR-mediated internalization in target A431 tumour cells. Significant qualitative differences
were observed between the lowest EGFR affinity multispecific antibody (at about 140nM; equivalent to no
antibody control) and high-EGFR affinity multispecific antibodies (at about 1 nM). Specifically, a positive
correlation between EGFR target affinity and the observed level of antibody internalization was discovered.
This represents an example of a graduated effect associated with EGFR affinity of molecules of this
invention ranging from about 1nM to about 140 nM to EGFR. The results are shown in Figure 38A and
tabulated in Figure 38B.

(C)(D) This analysis is focused on the clearance of the multispecific antibodies described in this invention.
Clearance in this case refers to the removal of antibody from the culture medium of A431 cell cultures
by EGFR-mediated antibody internalisation.

Methods: Cultures were established with 2x10%4 EGFR+ A431 tumours cells perwell in 96-well flat-bottom
TC-treated plates. Final assay antibody concentrations ranged from 5 nM to 1.6 pM. Following incubation
for 24 hours at 370C, 5% CO2, supernatants were harvested and stored for further analysis.
Multispecific antibody concentrations were determined by in-house ELISA. In brief, ELISAs was performed
with 1 ug Vo1 antigen directly coated to the plate, followed by blocking with blocking buffer. Harvested
supernatants were added the plate, washed and anti-Human Fc-HRP was used as secondary
antibody at 1/2000 dilution. Development was with 50 pL of TMB solution , and absorbance measured at
450 nM using a microplate reader (Tecan).

Conclusions: This data demonstrates that the lower EGFR affinity multispecific molecules demonstrate
the least EGFR-mediated clearance of antibody. Significant differences were observed between the
lowest EGFR affinity multispecific antibody (at about 140nM; equivalent to no antibody control) and high-
EGFR affinity multispecific antibodies (at about 1 nM). Further, this demonstrates a positive correlation
between EGFR target affinity and the observed level of antibody clearance. Once again, these findings
highlight the direct, graduated correlate between multispecific antibody affinity to EGFR and EGFR
mediated internalization for molecules ranging from about 1nM to about 140 nM to EGFR target. The

results are shown in Figure 38C and tabulated in Figure 38D

EXAMPLE 17: Impact of EGFR affinity on multispecific antibody inhibition of EGF ligand binding
and tumour cell proliferation

(A)(B) This analysis is focused on the inhibition (or blockade) of the binding of EGF to EGFR-
positive tumour cells by the multispecific antibodies (and comparators) described in this invention. Also
included in this study - where indicated - is the monospecific RSV IgG comparator (comprising binding
domains to RSV protein).
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Methods: EGF blockade mediated by EGFRxV®1 multispecific antibodies was determined by
incubating 3x10"4 EGFR+ A431 target cells with antibodies that were serially diluted in PBS to a range of
concentrations from 250 nM to 3.2 pM for 30 minutes at 4 degrees. Cells were washed and a final
concentration of 40ug/mL EGF (EGF-AF647, Life Tech) was added per well. Cells were then incubated for
1 hour at 4 degrees C, washed and stained with Live/dead dye (eFluor 520, Fisher) and incubated for a
further 20 min at 4 degrees. The cells were washed in FACS buffer and resuspended in Cell Fix (BD
sciences) before incubating overnight at 4°C in the dark. EGF blockage was measured by flow cytometry

the following day using the MACS Quant Analyzer 10.

Conclusions: The reduction in MFI shown in Figure 39A and 39B is indicative of increased blockade of
EGF binding to EGFR-positive A431 cells. For the multispecific antibodies described, there is a direct
correlation between EGFR target affinity and the observed level of EGF blockade. This represents a further
example of graduated effects conferred by molecules with affinities to EGFR ranging from about 1nM to
about 140 nM.

(C)(D) This next analysis is focused on inhibition of tumour cell proliferation conferred by multispecific
antibodies of this invention.

Method: Briefly, EGFR+ A431 cells were seeded into 384-well imaging plates (Perkin Elmer) to give a final
seeding density of 2x1073 target cells per well before incubating overnight at 370C, 5% CO2.
Antibodies were diluted into basal growth media and serially diluted 1:5 before adding to the assay plates
to give a final assay concentrations of 500nM to 0.05pM. Cells were cultured for 24 hours before staining
with Hoechst (1:1000 final, Invitrogen) and DRAQ7 (1:300 final, Abcam). To determine the numbers of live
target cells, confocal images were acquired using an Opera Phenix high content platform capturing nine
fields of view at 10x magnification. Live cell counts were quantified base on size, morphology, texture and

intensity of live cell stains and the absence of DRAQ7 staining.

Conclusions: The data presented in Figure 39C and 39D demonstrates that the multispecific antibodies
of this invention with higher affinities to EGFR to be the most effective at inhibiting proliferation of the EGFR-
positive tumour cells. Again, this demonstrates a clear positive correlation between EGFR target affinity
and the observed level of tumour proliferation inhibition. Hence this is another example that highlights
graduated effects correlating with affinity towards the EGFR target (ranging from about 1nM to about
140 nM).

EXAMPLE 18: Sparing of healthy EGFR+ cells - VD1XEGFR multispecific antibodies

Methods: The effect of EGFR-V81 bispecific antibodies on EGFR+ target cell cytotoxicity was determined
using high content confocal imaging in the Opera Phenix (Perkin Elmer). Briefly, EGFR+ A375 cells
(melanoma) and HUVEC (human umbilical vein endothelial cells) were seeded into 384-well imaging
plates (Perkin Elmer) to give a final seeding density of 5000 target cells per well before incubating
overnight at 370C, 5% CO2. Antibodies were diluted into basal growth media and serially diluted 1:5
before adding to the assay plates to give a final assay concentrations of 1nM to 0.0005pM. Expanded

270



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

skin derived V01 yd T-cells were detached from tissue culture flasks and re-suspended in basal growth
media before adding to the assay plate at 5000 cells per well at a 1:1 Effector:Target ratio. Cells were co-
cultured for 24 hours before staining with Hoechst 33342 (1:1000 final, Invitrogen) and DRAQ7 (1:300
final, Abcam). To determine the numbers of live target cells, confocal images were acquired using an
Opera Phenix high content platform capturing nine fields of view at 10x magnification. Live cell counts
were quantified base on size, morphology, texture and intensity of live cell stains and the absence of

DRAQY staining. The results are shown in Figure 40 A-C.

Dose titration effects are presented in Figure 40A. This data helps highlight the innate capability of V61 T
cells to discriminate between healthy and malignant cells. A multispecific antibody of this invention
redirects V81 T cells to kill EGFR+ tumour cells, whilst ‘sparing’ healthy cells which express comparable
EGFR copy numbers. Tabulated results of (A) are presented in Figure 40C.

Representative microscopy images from the experiment described in (A) demonstrating the T cell-
induced cytotoxicity of A375 tumours cells, alongside the ‘sparing’ of healthy HUVEC cells are presented

in Figure 40B. Images are shown in greyscale, with the cellular nuclei stained with Hoechst 33342.

EXAMPLE 19: VD1xEGFR multispecific antibodies: Dose response comparison of ADT1-4-2xFS1-
67 with lower affinity ‘parent’ ADT1-4xFS1-67 (alias G04 FS1-67).

The inventors have previously demonstrated that the “parental” (non-affinity matured) G04 FS1-
67 multispecific antibody confers a variety of desired technical effects in co-
cultures comprising Vd1+ cells and target A431 cells (W02021032963).

Specifically, the

inventors observed that this multispecific antibody can enhance cytoxicity towards A431 cells by

greater than 200%. In this series of experiments G04 FS1-67 (SEQ ID NO: 379) - which comprises a
lower affinity ‘parent’ first V&1 binding domain (of about 126nM) and a high affinity (of about 1nM) EGFR
binding - has been compared to an equivalent multispecific antibody but containing an affinity

matured variant first V31 binding domain ADT1-4-2 (affinity of about 0.2nM) (SEQ ID NO: 414).

Method: In this analysis V&1+ effector cells are co-incubated with EGFR+ cancer cells as indicated, with
the induction of V81 TCR internalization following multispecific antibody engagement measured. Co-
cultures were established with 2.5x10%4 V51 yd T-cells added to 2.5x10%4 EGFR+ target cells per well in
U-bottomed 96-well plates. Prior to addition, V31 yd T-cells were stained with [0.5uM] CellTrace Violet live
cell dyefor 20 minutes. Final assay antibody concentrations ranged from 10nM to 0.13pM.
Following incubation for 4 hours at 370C, 5% CO2, cells were harvested and stained for dead cells
(eFlour 780, Invitrogen) and V&1 TCR (MiltenyiBiotec) surface expression for 20 minutes at 40C. The cells
were washed in FACS buffer and resuspended in Cell Fix (BD sciences) before analysis on
a MACSQuant Analyser 10 flow cytometer (Miltenyi).
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Conclusions: The results of this comparison are now presented in Figure 41A (and in tabulated form in
Figure 41B) and concur with discoveries described elsewhere herein. The reduction in MFI (and so TCR
downregulation) is presented and this comparison study further confirms that (i) unnaturally higher
Vo1 affinity multispecific antibody of this invention confer enhanced effects when compared to lower affinity
variants (in this instance G04 FS1-67) and (ii) these enhanced effects are specifically noticeable in studies
with lower copy number TAA target cancers cells such as A375. This data also highlights that once again,
for the molecules with lower vd1 affinity (G04 FS1-67 comparator in this instance) no equivalent TCR
downregulation effects can be achieved in V81/A375 co-cultures even when 100-fold more of this molecule
is added.

EXAMPLE 20: VD1xEGFR multispecific antibodies: Comparison to a CD3XxEGFR multispecific
antibody

A comparator multispecific antibody was created wherein

0] the affinity to EGFR was kept constant at about 0.2 nM and

(ii) the variable domain targeting V01 was substituted with a variable domain specific

for CD3¢ (derived from OKT?3).

This molecule (termed CD3/ADT3-2) was then compared with the V81XxEGFR multispecific ADT1-4-
2/ADT3-2 (alias ADT1-4-2xLEE) previously described elsewhere herein. One motivation for this
comparison was to compare differences in T cell activation conferred by multispecific TCEs (T-cell
engagers) which target the V81 TCR versus those which engage via the CD3¢ co-receptor. In doing so the
inventors have discovered that multispecific TCEs which engage T-cells via
the V&1 TCR confer distinguishing effects when compared to multispecific TCEs with engage T-cells
via CD3¢. These effects are presented in the following set of experiments. Also included in these studies is
the multispecific D1.3xFS1-67 control (comprising a 1nM affinity EGFR second binding domain and first

binding domain comprised binding domain to chicken lysozyme).

(A)(B) Differentiation to CD3xEGFR multispecific antibody; Impact of T cell target receptor
on V81 TCR and CD3&e downregulation. This following experiment determines how targeting different T
cell receptors  (Vd1or  CD3¢) impacts  the induction of V01 TCR internalization

following multispecific antibody engagement.

Method: A range of T cell populations were assayed as indicated in the key shown in Figure 42A. These
included PBMCs and purified V51 yd T-cells isolated either from skin tissue or directly from peripheral
blood. Co-cultures were established as above with 2x10%4 T-cells added to 2x10"4 A375 EGFR+
A375 tumour cells per well in U-bottomed 96-well plates. Antibodies at final concentrations of 1 nM were
then added and cultures incubated for 4 at 370C, 5% CO2. Cells were harvested and stained for dead cells
(eFlour 780, Invitrogen) , V81 TCR (Miltenyi), CD3¢ (Miltenyi) surface expression for 20 minutes at 40C.
The cells were washed in FACS buffer and resuspended in Cell Fix (BD sciences) before analysis on
a MACSQuant Analyser 10 flow cytometer (Miltenyi).
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Conclusions: The reduction in MFI is presented in Figure 42A. Remarkably, we observed more potent
TCR down-regulation via antibody engagement of the TCR complex viaVd1than viaCD3e, as
demonstrated with V81 T-cells populations purified from both the skin and the peripheral blood. Conversely,
T-cell engagement via CD3¢ induced more potent CD3 down-regulation in PBMCs which contain only a
minority population of V31 cells (0.08% in this donation). The marked effect of CD3-based TCEs in PBMCs
highlights the sledgehammer approach of this conventional strategy. Specifically, CD3-based TCEs will
affect all CD3+ cells present in PBMCs inclusive of Tregs, CD4+ and CD8+ T-Cells. By contrast
multispecific antibodies of this invention which engage T-cells via a first V61 binding domain are selectively

only for the highly desirable \V61+ CD3 subset of cells typically more prevalent in tissues than blood.

(B) Impact of T cell target receptor on V61 TCR downregulation. Tabulated results of (A) are presented
in Figure 42B, highlighting the superior induction of TCR down-regulation by directly targeting V1 TCR

with a multispecific versus targeting this complex via CD3¢ co-receptor.

(C) Impact of T cell target receptor on CD3¢ downregulation. Tabulated results of (A) are presented in
Figure 42C, highlighting the more pronounced impact of the CD3-based TCE on CD3 levels; particularly in
unfractionated PBMCs.

(D)(E) Impact on multispecific cytolytic function towards EGFR+ cancer cells. This following
experiment determines how engaging different T cell receptors (V81 or CD3¢) impacts the stimulation of T

cell populations to lyse tumour target cells.

Method: As previously, a range of T cell populations were evaluated including PBMC, or purified yd T-
cells isolated from skin tissue or directly from peripheral blood. Cultures were established by seeding
4x1073 A375 EGFR+ A375 tumour cells perwell in 384-well CellCarrier Ultra plates (PerkinElmer). Varying
quantities of T-cells were added to vary effector-target ratios between 10 and 0.08. Antibodies at final
concentrations of 1 nM were then added and cultures incubated for 24 at 370C, 5% CQ2. Cells were
stained with Hoechst 33342 (Invitrogen) and for dead cells (DRAQ7, Abcam) for 1 hour at 370C and imaged
on an Opera Phenix system (PerkinElmer). The quantity of viable tumour cells was determined using a
linear regression model (Harmony 4.9) based on size, morphology, texture and intensity of live cell stains
and the absence of DRAQ7Y staining.

Conclusions: The data presented in Figure 42D demonstrates the unique ability of the Vo1-
targeted multispecific antibody to specifically and only redirect V1 T cell population to Kill
EGFR+ tumour cells. This contrasts with CD3-based TCEs which function more promiscuously as
demonstrated by the observation here that such TCEs also re-direct unfractionated PBMCs towards
EGFR+ cells. The tabulated results of (D) are presented in Figure 42E. This further highlights the
superior specificity of V&1-based TCEs versus CD3-based TCEs.

(F) Impact on induced cytokine secretion by activated T cells. This following experiment determines

how targeting different T cell receptors (V81 or CD3¢) or target populations impacts the cytokine secretion

profile of activated T cells.
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Method: A range of T cell populations were assayed including PBMC, or purified y& T-cells directly from
the peripheral blood of two healthy donors. Co-cultures were established as above with 2x10%4 T-cells
added to 2x10%4 A375 EGFR+ A375 tumour cells per well in U-bottomed 96-well plates. Antibodies at final
concentrations of 1 nM were then added and cultures incubated for 48h at 370C, 5% CO2. Supernatants
were harvested, cells removed, and cytokine concentrations determined using a LEGENDplex cytokine
beads array kit (BioLegend, CA, USA).

Conclusions: The data presented in Figure 42F and 42G demonstrates significant quantitative and
qualitative differences between the specific activation of V81+ T cells and a wider activation of all CD3+ T
cells within the unfractionated PBMCs. One striking difference is the 248-fold increase in the IL-17A levels
induced only by CD3-based TCEs in PBMCs. By contrast, yb T-cells stimulated with either the CD3-based
or Vd1-based TCEs do not produce IL-17A. IL17A is a cytokine which can enhance tumour growth and
dampen the anti-cancer immune responses. This highlights the unique cytokine secretion profile of the
01+ T-cell subset. Additionally, in all T cell populations, the CD3-based TCE induced significantly higher
levels of many cytokines — most notably TNFa. Again, this highlights the less tailored, more sledgehammer
like effects conferred by CD3-based TCEs involving more global induction effects on CD3+ cells.

(H) Impact on proliferation of tissue-resident V51+ cells. This next analysis is focused on the induction

of proliferation of V&1+ cells conferred by multispecific antibodies of this invention.

Method: Co-cultures were established as above with 3x10*4 Vd1 yd T-cells added to 1.5x10"4 EGFR+
target cells per well in U-bottomed 96-well plates. Prior to addition, target cells were stained with
[0.5uM] CellTrace Violet live cell dye for 20 minutes. Final assay multispecific antibody concentrations
ranged from 2 nMto 0.25pM. The cells were incubated for 5 or 7 days at 370C, 5% CO2. Complete
media with the addition of cytokines (IL-2, IL-15, IL-4 and IL-21; need units) were added at day 3 and day
5. Cells were washed and stained for dead cells (eFlour 780, Invitrogen) for 20 minutes at 40C. The cells
were washed in FACS buffer and resuspended in Cell Fix (BD sciences). The number of events was

measured by flow cytometry the following day using the MACS Quant Analyzer 10.

Conclusions: This study demonstrated that the V81-based TCE is demonstrably superior at inducing the
proliferation of V81 T cells relative to the equivalent CD3-based TCE with the V&1 bispecific inducing
proliferation at 10-fold lower doses whilst also exhibiting more pronounced effects at saturating
concentrations. See Figure 42H and | which highlight the increased proliferative effects conferred by
antibody-mediated stimulation of V81 T cells when compared to stimulation via CD3e.
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EMBODIMENTS

The present invention includes at least the following numbered embodiments:

1. A multispecific antibody comprising a Fab region and an Fc region, wherein the Fab region

comprises a binding site specific for an epitope of the variable delta 1 (V&1) chain of a yd T cell

receptor (TCR); and the Fc region comprises an EGFR binding site.

2. The multispecific antibody of embodiment 1, wherein the EGFR binding site is provided by a CH3

domain in which

a.

residues 359 to 362 (EU numbering) comprise EEGP (SEQ ID NO: 523), residues 384
to 386 (EU numbering) comprise TYG (SEQ ID NO:511), and residues 413 to 419 (EU
numbering) comprise SYWRWYK (SEQ ID NO: 512);

residues 359 to 362 (EU numbering) comprise EEGP (SEQ ID NO: 523), and residues
413 to 419 (EU numbering) comprise SYWRWYK (SEQ ID NO: 512);

residues 359 to 362 (EU numbering) comprise EEGP (SEQ ID NO: 523), residues 384
to 386 (EU numbering) comprise TYG (SEQ ID NO: 511), and residues 413 to 415 (EU
numbering) comprise SYW (SEQ ID NO: 533);

residues 358 to 361, 361.1 and 362 (EU numbering) comprise LDEGGP (SEQ ID NO:
542), residues 384 to 386 (EU numbering) comprise TYG (SEQ ID NO: 511), and
residues 413 to 419 (EU numbering) comprise SYWRWVK (SEQ ID NO: 543);
residues 384 to 386 (EU numbering) comprise TYG (SEQ ID NO: 511), and residues
413 to 419 (EU numbering) comprise SYWRWYK (SEQ ID NO: 512);

residues 358 to 362 (EU numbering) comprise TDDGP (SEQ ID NO: 560), residues
384 to 386 (EU numbering) comprise TYG (SEQ ID NO: 511), and residues 413 to 419
(EU numbering) comprise SYWRWYK (SEQ ID NO: 512); or

residues 358 to 362 (EU numbering) comprise TESGP (SEQ ID NO: 553), residues
384 to 386 (EU numbering) comprise KFG (SEQ ID NO: 554), residues 413 to 421 (EU
numbering) comprise SNLRWTKGH (SEQ ID NO: 555), and residue 378 is valine.

3. The multispecific antibody of any previous embodiment, wherein:

a.

residues 355 to 362 (EU numbering) form an AB loop comprising RDELEEGP (SEQ
ID NO: 524), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514) and residues 413 to 422 (EU numbering) form an EF
loop comprising SYWRWYKGNV (SEQ ID NO: 515);

residues 355 to 362 (EU numbering) form an AB loop comprising RDELEEGP (SEQ
ID NO: 524), residues 383 to 391 (EU numbering) form an CD loop comprising
SNGQPENNY (SEQ ID NO: 525) and residues 413 to 422 (EU numbering) form an EF
loop comprising SYWRWYKGNYV (SEQ ID NO: 515);

residues 355 to 362 (EU numbering) form an AB loop comprising RDELEEGP (SEQ
ID NO: 524), residues 383 to 391 (EU numbering) form an CD loop comprising
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STYGPENNY (SEQ ID NO: 514) and residues 413 to 422 (EU numbering) form an EF
loop comprising SYWRWQQGNYV (SEQ ID NO: 534);

residues 355 to 362 (EU numbering) form an AB loop comprising RDELDEGGP (SEQ
ID NO: 544), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514), and residues 413 to 422 (EU numbering) form an
EF loop comprising SYWRWVKGNYV (SEQ ID NO: 545);

residues 355 to 362 (EU numbering) form an AB loop comprising RDELTKNQ (SEQ
ID NO: 513), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514) and residues 413 to 422 (EU numbering) form an EF
loop comprising SYWRWYKGNV (SEQ ID NO: 515);

residues 355 to 362 (EU numbering) form an AB loop comprising RDETDDGP (SEQ
ID NO: 561), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514), residues 413 to 422 (EU numbering) form an EF
loop comprising SYWRWYKGNV (SEQ ID NO: 515); or

residues 355 to 362 (EU numbering) form an AB loop comprising RDETESGP (SEQ
ID NO: 556), residues 383 to 391 (EU numbering) form an CD loop comprising
SKFGPENNY (SEQ ID NO: 557), residues 413 to 422 (EU numbering) form an EF
loop comprising SNLRWTKGHV (SEQ ID NO: 558).

4. The multispecific antibody according to embodiment 1, wherein the CH3 domain is a human IgG

CH3 domain engineered to comprise the EGFR binding site.

5. An antibody according to embodiment 2, wherein the Fc region is a human IgG Fc region

comprising the CH3 domain engineered to comprise the EGFR binding site.

6. An antibody according to any preceding embodiment, wherein the amino acid sequence of the CH3

domain is at least 90% identical to, or at least 95% identical to, or 100% identical to:

a.

b
c.
d

SEQ ID NO: 562;
SEQ ID NO: 522;
SEQ ID NO: 532;
SEQ ID NO: 541;
SEQ ID NO: 510;
SEQ ID NO: 559; or
SEQ ID NO: 552.

7. The multispecific antibody of any previous embodiment, wherein the antibody is Fc enabled.

8. The multispecific antibody of any previous embodiment, wherein the heavy chain constant domain

comprises:
a.
b.

SEQ ID NO: 391 or SEQ ID NO: 392;
SEQ ID NO: 520 or SEQ ID NO: 521;
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SEQ ID NO: 530 or SEQ ID NO: 531;
SEQ ID NO: 539 or SEQ ID NO: 540;
SEQ ID NO: 508 or SEQ ID NO: 509;
SEQ ID NO: 385 or SEQ ID NO: 386; or
SEQ ID NO: 550 or SEQ ID NO: 551.

9. The multispecific antibody of any previous embodiment, comprising:

10.

11.

12.

13.

a.

b
c.
d

Fali ¢ ]

= e

3

>

£ T 0

SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:
SEQ ID NO:

389; or SEQ ID NO:
400; or SEQ ID NO:
516; or SEQ ID NO:
517; or SEQ ID NO:
526; or SEQ ID NO:
527; or SEQ ID NO:
535; or SEQ ID NO:
536; or SEQ ID NO:
504; or SEQ ID NO:
505; or SEQ ID NO:
388; or SEQ ID NO:
399; or SEQ ID NO:
546; or SEQ ID NO:
547; or SEQ ID NO:
378; or SEQ ID NO:
379; or SEQ ID NO:
380; or SEQ ID NO:

414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
414 and SEQ ID NO:
425 and SEQ ID NO:
421 and SEQ ID NO:
423 and SEQ ID NO:

432;
436;
518;
519;
528;
529;
537;
538;
506;
507;
431;
435;
548;
549;
426;

437;
427;

PCT/EP2022/054011

The multispecific antibody of any previous embodiment, wherein the Fc region thereof binds to
human EGFR with a binding affinity (Ko, for example as measured by surface plasmon resonance)
of less than about 150nM.

The multispecific antibody of any previous embodiment, wherein the Fc region thereof binds to
human EGFR with a binding affinity (Ko, for example as measured by surface plasmon resonance)
of less than about 20nM.

The multispecific antibody of any previous embodiment, wherein the Fc region thereof binds to
human EGFR with a binding affinity (Ko, for example as measured by surface plasmon resonance)

of less than about 10nM.

The multispecific antibody of any previous embodiment, wherein the Fc region thereof binds to
human EGFR with a binding affinity (Ko, for example as measured by surface plasmon resonance)

of less than about 5nM.
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14.

15.

16.

The multispecific antibody of any previous embodiment, wherein the Fc region thereof binds to
EGFR with a binding affinity (Ko, for example as measured by surface plasmon resonance) of less
than about 3nM.

The multispecific antibody of any previous embodiment, wherein the Fab region comprises:

a heavy chain variable region comprising a VHCDR3 comprising or consisting of an amino
acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least
98%, at least 99% or 100% identity to a sequence selected from the group consisting of SEQ ID
NOs: 55 to 78 and 133 to 143; and/or

a light chain variable region comprising a VLCDR3 comprising or consisting of an amino
acid sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least
91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least
98%, at least 99% or 100% identity to a sequence selected from the group consisting of SEQ ID
NOs: 82 to 105 and 147 to 157.

The multispecific antibody of embodiment 15, wherein the Fab region comprises:
a heavy chain variable region comprising:

a VHCDR1 comprising or consisting of an amino acid sequence having at least 70%, at
least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at
least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
a sequence selected from the group consisting of: SEQ ID NOs: 51, 52 and 130;

a VHCDR2 comprising or consisting of an amino acid sequence having at least 70%, at
least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at
least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
a sequence selected from the group consisting of: SEQ ID NO: 53 and 131; and

a VHCDR3 comprising or consisting of an amino acid sequence having at least 70%, at
least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at
least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
a sequence selected from the group consisting of: SEQ ID NOs: 55 to 78 and 133 to 143; and/or
a light chain variable region comprising:

a VLCDR1 comprising or consisting of an amino acid sequence having at least 70%, at
least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at
least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
a sequence selected from the group consisting of: SEQ ID NO: 79 and 144;

a VLCDR2 comprising or consisting of an amino acid sequence having at least 70%, at
least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at
least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
a sequence selected from the group consisting of: SEQ ID NO: 80 and 145; and

a VLCDR3 comprising or consisting of an amino acid sequence having at least 70%, at
least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at
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least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
a sequence selected from the group consisting of: SEQ ID NOs: 82 to 105 and 147 to 157.

17. The multispecific antibody of embodiment 15 or 16, wherein the Fab region comprises:

a heavy chain variable region comprising or consisting of a sequence having at least 70%,
at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at
least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 98% or 100% identity to
a sequence selected from the group consisting of SEQ ID NOs: 2 to 25 and 107 to 117; and/or

a light chain variable region comprising or consisting of a sequence having at least 70%,
at least 75%, at least 80%, at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at
least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% identity to
a sequence selected from the group consisting of SEQ ID NOs: 27 to 50 and 119 to 129.

18. The multispecific antibody of one of embodiments 1 to 10, wherein the Fab region comprises:
a. a VHCDR3 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to any one of SEQ ID NOs: 55 to 78; and/or
b. a VLCDRS3 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to any one of SEQ ID NOs: 82 to 105.

19. The multispecific antibody of any previous embodiment, wherein the Fab region comprises:
a. a VHCDRS3 comprising or consisting of the amino acid sequence of any one of SEQ ID
NOs: 55 to 78; and/or
b. a VLCDR3 comprising or consisting of the amino acid sequence of any one of SEQ ID
NOs: 82 to 105

20. The multispecific antibody of any previous embodiment, wherein the Fab region comprises:

a. a VHCDR1 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 51 or SEQ ID NO: 52;

b. a VHCDR2 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 53;

c. a VLCDR1 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 79; and/or

d. a VLCDR2 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 80.

21. The multispecific antibody of any previous embodiment, wherein the Fab region comprises:
a. a VHCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO: 51 or
SEQ ID NO: 52;
b. a VHCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO: 53;
c. a VLCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO: 79;
and/or

d. a VLCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO: 80.
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22. The multispecific antibody of any previous embodiment, wherein the Fab region comprises:

a.

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 55, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 82, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 56, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 83, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 57, respectively, and a VLCDR1, a VLCDR2
and a VLCDRS3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 84, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 58, respectively, and a VLCDR1, a VLCDR2
and a VLCDRS3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 85, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 59, respectively, and a VLCDR1, a VLCDR2
and a VLCDRS3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 86, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 60, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 87, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 52, 53 and 61, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 88, respectively;

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 62, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 89, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 63, respectively, and a VLCDR1, a VLCDR2
and a VLCDRS3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 90, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 64, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:

79, 80 and 91, respectively;
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a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 65, respectively, and a VLCDR1, a VLCDR2
and a VLCDRS3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 92, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 52, 53 and 66, respectively, and a VLCDR1, a VLCDR2
and a VLCDRS3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 93, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 67, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 94, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 68, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 95, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 69, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 96, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 70, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 97, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 71, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 98, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 72, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 99, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 73, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 100, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 52, 53 and 74, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 101, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 75, respectively, and a VLCDR1, a VLCDR2
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and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 102, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 76, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 103, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 77, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
79, 80 and 104, respectively; or

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 51, 53 and 78, respectively, and a VLCDR1, a VLCDR2
and a VLCDRS3 comprising or consisting of the amino acid sequences of SEQ ID NOs:

79, 80 and 105, respectively.

23. The multispecific antibody of any previous embodiment, wherein the Fab region comprises

a.

a VH comprising an amino acid sequence having at least 90% sequence identity to
any one of SEQ ID NOs: 2 to 25; andfor

a VL comprising or consisting of an amino acid sequence having at least 90% identity
to any one of SEQ ID NOs: 27 to 50.

24. The multispecific antibody of any previous embodiment, wherein the Fab region comprises:

a.

a VH comprising or consisting of the amino acid sequence of any one of SEQ ID NOs:
2 to 25; and/or

a VL comprising or consisting of the amino acid sequence of any one of SEQ ID NOs:
27 to 50.

25. The multispecific antibody of any previous embodiment, wherein the Fab region comprises:

a.

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 2 and a VL comprising or consisting of an amino acid
sequence having at least 90% sequence identity to SEQ ID NO: 27;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 3 and a VL comprising or consisting of an amino acid
sequence having at least 90% sequence identity to SEQ ID NO: 28;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 4 and a VL comprising or consisting of an amino acid
sequence having at least 90% sequence identity to SEQ ID NO: 29;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 5 and a VL comprising or consisting of an amino acid

sequence having at least 90% sequence identity to SEQ ID NO: 30;
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a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 6 and a VL comprising or consisting of an amino acid
sequence having at least 90% sequence identity to SEQ ID NO: 31;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 7 and a VL comprising or consisting of an amino acid
sequence having at least 90% sequence identity to SEQ ID NO: 32;

a VVH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 8 and a VL comprising or consisting of an amino acid
sequence having at least 90% sequence identity to SEQ ID NO: 33;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 9 and a VL comprising or consisting of an amino acid
sequence having at least 90% sequence identity to SEQ ID NO: 34;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 10 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 35;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 11 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 36;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 12 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 37,

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 13 and a VL comprising or consisting of an amino

acid sequence having at least 90% sequence identity to SEQ ID NO: 38;

. a VH comprising or consisting of an amino acid sequence having at least 90%

sequence identity to SEQ ID NO: 14 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 39;
a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 15 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 40;
a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 16 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 41,
a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 17 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 42;
a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 18 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 43;
a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 19 and a VL comprising or consisting of an amino

acid sequence having at least 90% sequence identity to SEQ ID NO: 44,
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a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 20 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 45;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 21 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 46,

a VVH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 22 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 47,

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 23 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 48,

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 24 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 49; or

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 25 and a VL comprising or consisting of an amino
acid sequence having at least 80% sequence identity to SEQ ID NO: 50.

26. The multispecific antibody of any previous embodiment, wherein the Fab region comprises:

a.

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 2 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 27;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 3 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 28;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 4 and a VL
comprising or consisting of the amino acid sequence of SEQ |D NO: 29;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 5 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 30;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 6 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 31;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 7 and a VL
comprising or consisting of the amino acid sequence of SEQ |D NO: 32;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 8 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 33;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 9 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 34;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 10 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 35;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 11 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 36;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 12 and a VL

comprising or consisting of the amino acid sequence of SEQ ID NO: 37,

284



10

15

20

25

30

35

40

WO 2022/175414

PCT/EP2022/054011

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 13 and a VL

comprising or consisting of the amino acid sequence of SEQ ID NO: 38;

. a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 14 and a VL

comprising or consisting of the amino acid sequence of SEQ ID NO: 39;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 15 and a VL
comprising or consisting of the amino acid sequence of SEQ |D NO: 40;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 16 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 41,

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 17 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 42;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 18 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 43;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 19 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 44;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 20 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 45;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 21 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 46;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 22 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 47,

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 23 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 48;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 24 and a VL
comprising or consisting of the amino acid sequence of SEQ ID NO: 49; or

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 25 and a VL

comprising or consisting of the amino acid sequence of SEQ |D NO: 50.

27. The multispecific antibody of any previous embodiment, wherein the Fab region comprises an

amino acid residue other than serine at position 74 according to the IMGT numbering system.

28. The multispecific antibody of embodiment 27, wherein the residue at position 74 according to the

IMGT numbering system is an amino acid selected from the group consisting of glycine, alanine,

valine, methionine, leucine and isoleucine.

29. The multispecific antibody of embodiment 27, wherein the residue at position 74 according to the

IMGT numbering system is an amino acid selected from the group consisting of arginine, cysteine,

glutamine, glutamic acid, glycine, histidine, isoleucine, leucine, lysine, methionine, phenylalanine,

threonine, tryptophan, tyrosine and valine.

30. The multispecific antibody of embodiment 27, wherein the residue at position 74 according to the

IMGT numbering system is an amino acid selected from the group consisting of glycine, valine,

methionine, leucine and isoleucine.
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31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

The multispecific antibody of embodiment 27, wherein the residue at position 74 according to the

IMGT numbering system is a leucine residue.

The multispecific antibody of any previous embodiment, wherein the Fab region is selected from
the group consisting of ADT1-4-105, ADT1-4-107, ADT1-4-110, ADT1-4-112, ADT1-4-117, ADT1-
4-19, ADT1-4-21, ADT1-4-31, ADT1-4-139, ADT1-4-4, ADT1-4-143, ADT1-4-53, ADT1-4-173,
ADT1-4-2, ADT1-4-8, ADT1-4-82, ADT1-4-83, ADT1-4-3, ADT1-4-84, ADT1-4-86, ADT1-4-95,
ADT1-4-1, ADT1-4-6 and ADT1-4-138.

The multispecific antibody of embodiment 32, wherein the Fab region comprises from 1 to 10, from
1to 5 or from 1 to 2 amino acid substitutions across all 6 CDR regions.

The multispecific antibody of embodiment 32 or 33, wherein the Fab region comprises up to 2 or

up to 1 amino acid substitution across all 6 CDR regions.

The multispecific antibody of any one of embodiments 32 to 34, wherein the Fab region comprises

1 or 2 amino acid substitution across all 6 CDR regions.

The multispecific antibody of any one of embodiments 32 to 35, wherein the Fab region comprises

11010, 1 to 5 or 1 to 2 amino acid substitutions in one or more framework regions.

The multispecific antibody of any one of embodiments 32 to 36, wherein the Fab region comprises

up to 2 or up to 1 amino acid substitutions in one or more framework regions.

The multispecific antibody of any one of embodiments 36 to 37, wherein the Fab region comprises

1 or 2 amino acid substitutions in one or more framework regions.

The multispecific antibody of any one of embodiments 32 to 39, wherein the the amino acid
substitutions are conservative amino acid substitutions.

The multispecific antibody of any previous embodiment, wherein the Fab region comprises:

a. an HCDR1 sequence comprising or consisting of the sequence of GDSVSSKSX1A;

b. an HCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 53

c. an HCDR3 sequence comprising or consisting of the sequence of X2WX3X4XsXeDX7,
wherein the HCDRS3 sequence is not SEQ ID NO: 54,

d. an LCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 79;

e. an LCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 80; and

f. an LCDR3 sequence comprising or consisting of the sequence of
QQXsYXoX10X11X12X13T, wherein the LCDR3 sequence is not SEQ ID NO: 81;

wherein each of X1 to X413 is a naturally occurring amino acid.
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41. The multispecific antibody of embodiment 40, wherein:

a.

m e a0 o

s«

X1 is selected from the group consisting of A and V;

X2 is selected from the group consisting of S and T;

Xs is selected from the group consisting of V, A and L;

X4 is selected from the group consisting of G, E, and D;

Xs is selected from the group consisting of Y and N;

Xe is selected from the group consisting of V, A and P;

X7 is selected from the group consisting of V, Y and R;

Xs is selected from the group consisting of K, R and G;

Xo is selected from the group consisting of S and K;

X0 is selected from the group consisting of T, Q, A, E and D;
X1 is selected from the group consisting of P, H and D;

X12 is selected from the group consisting of Q, R, K, W, P, E and I; and

X3 is selected from the group consisting of |, V and L.

42. The multispecific antibody of embodiment 40 or embodiment 41, wherein the Fab region further

comprises:
n.

£ T ©°

]

an HFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 170 or
171;

an HFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 172;

an HFR3 sequence comprising or consisting of the sequence of SEQ ID NO: 173;

an HFR4 sequence comprising or consisting of the sequence of SEQ ID NO: 174;

an LFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 175;

an LFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 176;

an LFR3 sequence comprising or consisting of the sequence of SEQ ID NO: 177 or
178; and

an LFR4 sequence comprising or consisting of the sequence of SEQ ID NO: 179, 180,
181 or 182.

43. The multispecific antibody of any previous embodiment, wherein the Fab region thereof:

a.

binds to human TRDV1 (SEQ ID NOs 272 or 306) with a binding affinity (Ko, for
example as measured by surface plasmon resonance) of less than about 100 nM
(preferably less than about 50 nM);

optionally binds to cyno TRDV1 (SEQ ID NO 308) with a binding affinity (Ko, for
example as measured by surface plasmon resonance) of less than about 100 nM
(preferably less than about 50 nM); and/or

has an IC50 for TCR downregulation of less than about 50nM (preferably less than
about 10nM.

44. The multispecific antibody of any previous embodiment, wherein the Fab region thereof:
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binds to human TRDV1 with a KD of less than about 100 nM (preferably less than
about 50 nM);

binds to cyno TRDV1 with a KD of less than about 100 nM (preferably less than about
50 nM); and/or

has an IC50 for TCR downregulation of less than about 50nM (preferably less than
about 10nM) and an IC90 for TCR downregulation of less than about 100nM (less than
about 50nM).

45. The multispecific antibody of any previous embodiment, wherein:

a. the Fab region thereof binds to human TRDV1 (SEQ ID NOs 272 or 306) with a binding
affinity (Ko, for example as measured by surface plasmon resonance) of less than
about 100 nM (preferably less than about 50 nM);

b. optionally the Fab region thereof binds to cyno TRDV1 (SEQ ID NO 308) with a binding
affinity (Ko, for example as measured by surface plasmon resonance) of less than
about 100 nM (preferably less than about 50 nM);

and/or

c. the Fcregion thereof binds to human EGFR with a binding affinity (Ko, for example as

measured by surface plasmon resonance) of less than about 150nM (preferably less
than about 50nM)

46. The multispecific antibody of any previous embodiment, wherein the multispecific antibodies

specifically bind to human TRDV1 with a Ko of less than about 5nM and specifically bind to human
EGFR with a Kp of less than about 150nM, less than about 20nM, less than about 10nM or less
than about 5nM.

47. The multispecific antibody of any previous embodiment, wherein the multispecific antibodies

specifically bind to human TRDV1 with a Kp of less than about 5nM and specifically bind to human
EGFR with a Kp of less than about 5nM.

48. The multispecific antibody of embodiment 40, wherein:

a.
b
c
d
e.
f
9
h
i

j-
K.

X1 is selected from the group consisting of A and V;

X2 is selected from the group consisting of S and T;

Xs is selected from the group consisting of V, A and L;

X4 is selected from the group consisting of G, E, and D;

Xs is selected from the group consisting of Y and N;

Xe is selected from the group consisting of V, A and P;

X7 is selected from the group consisting of V, Y and R;

Xs is selected from the group consisting of K, R and G;

Xs is selected from the group consisting of S and K;

X1 is selected from the group consisting of T, Q, A, E and D;

Xi1 is selected from the group consisting of P and H;
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X2 is selected from the group consisting of Q, R, K, W, P, E and I; and

m. Xis is selected from the group consisting of I, V and L.

49. The multispecific antibody of embodiment 48, wherein the Fab region further comprises:

a.

e o 20 C

an HFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 170 or
171;

an HFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 172;

an HFR3 sequence comprising or consisting of the sequence of SEQ ID NO: 173;

an HFR4 sequence comprising or consisting of the sequence of SEQ ID NO: 174;

an LFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 175;

an LFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 176;

an LFR3 sequence comprising or consisting of the sequence of SEQ ID NO: 177; and
an LFR4 sequence comprising or consisting of the sequence of SEQ ID NO: 179, 180,
181 or 182.

50. The multispecific antibody of any previous embodiment, wherein the Fab region thereof:

a.

binds to human TRDV1 with a Kp of less than about 10 nM (preferably less than about
5 n\);

binds to cyno TRDV1 with a Kp of less than about 100 nM (preferably less than about
50 nM);

has an IC50 for TCR downregulation of less than about 1nM (preferably less than
about 0.5nM.

51. The multispecific antibody of embodiment 40, wherein:

a.

- e 20 T

s @

X1 is selected from the group consisting of A and V;

Xz is selected from the group consisting of S and T,

Xs is selected from the group consisting of V, A and L;

X4 is selected from the group consisting of G and D;

Xs is selected from the group consisting of Y and N;

Xe is selected from the group consisting of V, A and P;

X7 is selected from the group consisting of V, Y and R;

Xs is selected from the group consisting of K and R;

Xg is selected from the group consisting of S and K;

X0 is selected from the group consisting of T, Q, A and E;
Xi1 is selected from the group consisting of P and H;

X1z is selected from the group consisting of Q, K, W, P and |; and
Xi3 is selected from the group consisting of V and L.

52. The multispecific antibody of embodiment 51, wherein the Fab region further comprises:

a.

b.

an HFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 170 or
171;
an HFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 172;
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53.

54.

55.

56.

57.

58.

59.

an HFR3 sequence comprising or consisting of the sequence of SEQ ID NO: 173;
an HFR4 sequence comprising or consisting of the sequence of SEQ ID NO: 174;
an LFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 175;
an LFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 176;
an LFR3 sequence comprising or consisting of the sequence of SEQ ID NO: 177; and

@ ™o 29

an LFR4 sequence comprising or consisting of the sequence of SEQ ID NO: 179 or
181.

The multispecific antibody of any previous embodiment, wherein the Fab region thereof:
a. binds to human TRDV1 with a Ko of less than about 10 nM (preferably less than about
1 nM);
b. binds to cyno TRDV1 with a Kp of less than about 50 nM,;
c. has an IC50 for TCR downregulation of less than about 1nM (preferably less than

about 0.5nM.

The multispecific antibody of any previous embodiment, wherein the epitope bound by the Fab
region comprises one or more amino acid residues within amino acid regions 37-53 and/or 59-77
of SEQ ID NO: 272.

The multispecific antibody of any previous embodiment, wherein the epitope bound by the Fab
region thereof comprises amino acid residues 37, 42, 50, 53, 59, 64, 68, 69, 72, 73 and 77 of SEQ
ID NO: 272.

The multispecific antibody of any preceding embodiment, wherein the epitope bound by the Fab
region consists of amino acid residues 37, 42, 50, 53, 59, 64, 68, 69, 72, 73 and 77 of SEQ ID NO:
272.

The multispecific antibody of one of embodiments 1 to 10, wherein the Fab region comprises:
a. a VHCDRS3 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to any one of SEQ ID NOs: 133 to 143; and/or
b. a VLCDRS3 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to any one of SEQ ID NOs: 147 to 157.

The multispecific antibody of embodiment 57, the Fab region comprising:
c. a VHCDRS3 comprising or consisting of the amino acid sequence of any one of SEQ ID
NOs: 133 to 143; and/or
d. aVLCDRS3 comprising or consisting of the amino acid sequence of any one of SEQ ID
NOs: 147 to 157.

The multispecific antibody of any one of embodiments 57 to 58, the Fab region further comprising:

a. a VHCDR1 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 130;
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a VHCDR2 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 131;

a VLCDR1 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 144; and/or

a VLCDR2 comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 145.

60. The multispecific antibody of any previous embodiment, the Fab region further comprising:

a.
b.
C.

a VHCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO: 130;
a VHCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO: 131;
a VLCDR1 comprising or consisting of the amino acid sequence of SEQ ID NO: 144;
and/or

a VLCDR2 comprising or consisting of the amino acid sequence of SEQ ID NO: 145.

61. The multispecific antibody of any one of embodiments 57 to 60, the Fab region comprising:

a.

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 133, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 147, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 134, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 148, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 135, respectively, and a VLCDR1, a VLCDR2
and a VLCDRS3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 149, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 136, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 150, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 137, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 151, respectively;

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 138, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 152, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 139, respectively, and a VLCDR1, a VLCDR2
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and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 153, respectively;

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 140, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 154, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 141, respectively, and a VLCDR1, a VLCDR2
and a VLCDR3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 155, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 142, respectively, and a VLCDR1, a VLCDR2
and a VLCDRS3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 156, respectively; or

a VHCDR1, a VHCDR2 and a VHCDR3 comprising or consisting of the amino acid
sequences of SEQ ID NO: 130, 131 and 143, respectively, and a VLCDR1, a VLCDR2
and a VLCDRS3 comprising or consisting of the amino acid sequences of SEQ ID NOs:
144, 145 and 157, respectively.

62. The multispecific antibody of any one of embodiments 57 to 61, the Fab region comprising

a.

b.

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to any one of SEQ ID NOs: 107 to 117; and/or

a VL comprising or consisting of an amino acid sequence having at least 90%
sequence identity to any one of SEQ ID NOs: 119 to 129.

63. The multispecific antibody of any one of embodiments 57 to 62, the Fab region comprising:

a.

b.

a VH comprising or consisting of the amino acid sequence of any one of SEQ ID NOs:
107 to 117; and/or

a VL comprising or consisting of the amino acid sequence of any one of SEQ ID NOs:
119 to 129.

64. The multispecific antibody of any of embodiments 57 to 63, the Fab region comprising:

a.

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 107 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 119;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 108 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 120;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 109 and a VL comprising or consisting of an amino

acid sequence having at least 90% sequence identity to SEQ ID NO: 121;
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a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 110 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 122;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 111 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 123;

a VVH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 112 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 124;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 113 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 125;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 114 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 126;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 115 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 127;

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 116 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 128; or

a VH comprising or consisting of an amino acid sequence having at least 90%
sequence identity to SEQ ID NO: 117 and a VL comprising or consisting of an amino
acid sequence having at least 90% sequence identity to SEQ ID NO: 129.

65. The multispecific antibody of any one of embodiments 57 to 64, the Fab region comprising

a.

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 107 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 119;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 108 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 120;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 109 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 121;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 110 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 122;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 111 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 123;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 112 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 124;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 113 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 125;
a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 114 and a

VL comprising or consisting of the amino acid sequence of SEQ ID NO: 126;
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66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 115 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 127,

j. a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 116 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 128; or

k. a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 117 and a

VL comprising or consisting of the amino acid sequence of SEQ ID NO: 129.

The multispecific antibody of any one of embodiments 57 to 65, wherein the Fab region comprises
a kappa light chain variable sequence having an amino acid residue other than serine at position
74 according to the IMGT numbering system.

The multispecific antibody of embodiment 66, wherein the residue at position 74 according to the
IMGT numbering system of the light chain variable sequence is an amino acid selected from the

group consisting of glycine, alanine, valine, methionine, leucine and isoleucine.

The multispecific antibody of embodiment 66, wherein the residue at position 74 according to the
IMGT numbering system of the light chain variable sequence is an amino acid selected from the
group consisting of arginine, cysteine, glutamine, glutamic acid, glycine, histidine, isoleucine,

leucine, lysine, methionine, phenylalanine, threonine, tryptophan, tyrosine and valine.

The multispecific antibody of embodiment 66, wherein the residue at position 74 according to the
IMGT numbering system of the light chain variable sequence is an amino acid selected from the

group consisting of glycine, valine, methionine, leucine and isoleucine.

The multispecific antibody of embodiment 66, wherein the residue at position 74 according to the

IMGT numbering system of the light chain variable sequence is a leucine residue.
The multispecific antibody of any one of embodiments 57to 70, wherein the Fab region is selected
from the group consisting of ADT1-7-10, ADT1-7-15, ADT1-7-17, ADT1-7-18, ADT1-7-19, ADT1-

7-20, ADT1-7-22 ADT1-7-23, ADT1-7-42, ADT1-7-3 and ADT1-7-61.

The multispecific antibody of embodiment 71, wherein the Fab region comprises from 1 to 10, from

1to 5 or from 1 to 2 amino acid substitutions across all 6 CDR regions.

The multispecific antibody of embodiment 71 or 72, wherein the Fab region comprises up to 2 or
up to 1 amino acid substitution across all 6 CDR regions.

The multispecific antibody of any one of embodiments 71 to 73, wherein the Fab region comprises

1 or 2 amino acid substitution across all 6 CDR regions.

The multispecific antibody of any one of embodiments 71 to 74, wherein the Fab region comprises

11010, 1to 5 or 1 to 2 amino acid substitutions in one or more framework regions.
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76. The multispecific antibody of any one of embodiments 71 to 75, wherein the Fab region comprises

up to 2 or up to 1 amino acid substitutions in one or more framework regions.

77. The multispecific antibody of any one of embodiments 71 to 76, wherein the Fab region comprises

1 or 2 amino acid substitutions in one or more framework regions.

78. The multispecific antibody of any one of embodiments 71 to 6077 wherein the amino acid

substitutions are conservative amino acid substitutions.

79. The multispecific antibody of one of embodiments 1 to 14, wherein the Fab region comprises:

a.
b.

C.

an HCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 130
an HCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 131
an HCDR3 sequence comprising or consisting of the sequence of X1X2YX3X4AFDI,
wherein the HCDR3 sequence is not SEQ ID NO: 132;

an LCDR1 sequence comprising or consisting of the sequence of SEQ ID NO: 144;
an LCDR2 sequence comprising or consisting of the sequence of SEQ ID NO: 145;
and

an LCDR3 sequence comprising or consisting of the sequence of QQXsXsX7XaLXsT,
wherein the LCDR3 sequence is no SEQ ID NO: 146;

wherein each of X to Xe is a naturally occurring amino acid.

80. The multispecific antibody of embodiment 79, wherein:

a.

@ ™o a0 o0

X1 is selected from the group consisting of D, | and V;

Xz is selected from the group consisting of D and S;

Xa is selected from the group consisting of N, E, D, Q and A;
X4 is selected from the group consisting of D and E;

Xs is selected from the group consisting of T and S;

Xs is selected from the group consisting of A, G, Y and S;
X7 is selected from the group consisting of S and D;

Xs is selected from the group consisting of T, E and G; and

Xq is selected from the group consisting of L and D.

81. The multispecific antibody of embodiment 79 or embodiment 80, wherein the Fab region further

comprises:
a.

b
c
d.
e

an HFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 189;

an HFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 190;

an HFR3 sequence comprising or consisting of the sequence of SEQ ID NO: 191;

an HFR4 sequence comprising or consisting of the sequence of SEQ ID NO: 192;

an LFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 193 and
194;

an LFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 195;
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an LFR3 sequence comprising or consisting of the sequence of SEQ ID NO: 196; and
an LFR4 sequence comprising or consisting of the sequence of SEQ ID NO: 197.

82. The multispecific antibody of any one of embodiments 57 to 81, wherein the antibody or antigen-

binding fragment thereof:

a.

binds to human TRDV1 with a Ko of less than about 10 nM (preferably less than about
5 nM);

has an IC50 for TCR downregulation of less than about 50nM (preferably less than
about 10nM).

83. The multispecific antibody of embodiment 79, wherein:

a.

s«

o 20 O

X1 is selected from the group consisting of D and V;

Xz is selected from the group consisting of D and S;

Xs is selected from the group consisting of D, Q and A;
X4 is selected from the group consisting of D and E;
Xsis S;

Xe is selected from the group consisting of A and Y;
X7is S;

Xs is selected from the group consisting of E and G; and

Xs is selected from the group consisting of L and D.

84. The multispecific antibody of embodiment 83, wherein the Fab region further comprises:

a.

~ e a0 o

s a

an HFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 189;
an HFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 190;
an HFR3 sequence comprising or consisting of the sequence of SEQ ID NO: 191;
an HFR4 sequence comprising or consisting of the sequence of SEQ ID NO: 192;
an LFR1 sequence comprising or consisting of the sequence of SEQ ID NO: 193;
an LFR2 sequence comprising or consisting of the sequence of SEQ ID NO: 195;
an LFR3 sequence comprising or consisting of the sequence of SEQ ID NO: 196; and
an LFR4 sequence comprising or consisting of the sequence of SEQ ID NO: 197.

85. The multispecific antibody of any one of embodiments 57 to 84, wherein the Fab region thereof:

a.

binds to human TRDV1 with a Ko of less than about 10 nM (preferably less than about
5 nM); and/or

has an IC50 for TCR downregulation of less than about 5nM (preferably less than
about 1nM).

86. The multispecific antibody of any one of embodiments 57 to 85, wherein the epitope bound by the

Fab region comprises one or more amino acid residues within amino acid regions 5-20 and/or 62-
77 of SEQ ID NO: 271.
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87.

88.

89.

90.

91.

92.

93.

94.

The multispecific antibody of any one of embodiments 57 to 86, wherein the epitope bound by the
Fab region comprises amino acid residues 5, 9, 16, 20, 62, 64, 72 and 77 of SEQ ID NO: 272.

The multispecific antibody of any one of embodiments 57 to 87, wherein the epitope bound by the
Fab region consists of amino acid residues 5, 9, 16, 20, 62, 64, 72 and 77 of SEQ ID NO: 272.

The multispecific antibody of any one of embodiments 1 to 14, wherein the Fab region is derived
from an affinity matured variant of a parent anti-Vd1 antibody, wherein the parent anti-V61 antibody
comprises a VH comprising the amino acid sequence of SEQ ID NO: 1 and a VL sequence
comprising the amino acid sequence of SEQ ID NO: 26.

The multispecific antibody of embodiment 89, wherein the Fab region is as defined in any previous

embodiment.

The multispecific antibody of any previous embodiment, wherein the Fab region thereof:
a. binds to human TRDV1 with a KD of less than about 100 nM (preferably less than
about 50 nM);
b. binds to cyno TRDV1 with a KD of less than about 100 nM (preferably less than about
50 nM); and/or
c. has an IC50 for TCR downregulation of less than about 50nM (preferably less than
about 10nM).

The multispecific antibody of any previous embodiment, wherein Fab region:
a. binds to human TRDV1 with a Ko of less than about 10 nM (preferably less than about
5 nM);
b. binds to cyno TRDV1 with a Kp of less than about 100 nM (preferably less than about
50 nM); and/or
c. has an IC50 for TCR downregulation of less than about 1nM (preferably less than
about 0.5nM).

The multispecific antibody of any previous embodiment, wherein Fab region:
a. binds to human TRDV1 with a Ko of less than about 10 nM (preferably less than about
1 nM);
b. binds to cyno TRDV1 with a Kp of less than about 50 nM; and/or
c. has an IC50 for TCR downregulation of less than about 1nM (preferably less than
about 0.5nM).

The multispecific antibody of any one of embodiments 1 to 14, wherein the Fab region is derived
from an affinity matured variant of a parent anti-Vd1 antibody, wherein the parent anti-V61 antibody
or antigen-binding fragment thereof comprises a VH comprising the amino acid sequence of SEQ

ID NO: 106 and a VL sequence comprising the amino acid sequence of SEQ ID NO: 118.
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95. The multispecific antibody of embodiment 94, wherein the Fab region is as defined in any one

previous embodiment.

96. The multispecific antibody of any previous embodiment, wherein the antibody or antigen-binding

fragment thereof:

a.

binds to human TRDV1 with a Ko of less than about 10 nM (preferably less than about
5 nM); and/or
has an IC50 for TCR downregulation of less than about 50nM (preferably less than
about 10nM).

97. The multispecific antibody of any previous embodiment, wherein the Fab region:

a.

binds to human TRDV1 with a Ko of less than about 10 nM (preferably less than about
5 nM); and/or

has an IC50 for TCR downregulation of less than about 5nM (preferably less than
about 1nM).

98. The multispecific antibody of any one of embodiments 1 to14 wherein the Fab region is an affinity

matured variant of a parent anti-V81 antibody, wherein the parent anti-V61 antibody or antigen-

binding fragment thereof comprises:

a.

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 273 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 282;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 274 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 283;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 275 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 284;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 276 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 285;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 277 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 286;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 278 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 287;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 279 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 288;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 280 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 289;

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 281 and a
VL comprising or consisting of the amino acid sequence of SEQ ID NO: 290; or

a VH comprising or consisting of the amino acid sequence of SEQ ID NO: 312 and a

VL comprising or consisting of the amino acid sequence of SEQ ID NO: 313.
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99. The multispecific antibody of any previous embodiment, wherein the affinity matured variant has at
least 20%, at least 30%, at least 40%, at least 50%, at least 100%, at least 500% or more preferably
at least about 1000% greater affinity than the parental antibody for binding to a variable delta 1
(V61) chain of a yd T cell receptor (TCR), for example as measured by the Kd.

100. The multispecific antibody of any previous embodiment, wherein the affinity matured
variant comprises VH and VL sequences that are at least 80%, at least 90%, at least 95% or at

least 96% identical to the corresponding parental VH and VL sequences.

101. The multispecific antibody of any previous embodiment, wherein the affinity variant
comprises up to 20, for example up to 15, for example up to 10 amino acid substitutions compared

to the parental antibody sequences.

102. The multispecific antibody of any one of embodiments 1 to 14, the Fab region comprising
a kappa light chain variable sequence, in which the residue at position 74 according to the IMGT

numbering system is not a serine reside.

103. The multispecific antibody of embodiment 102, wherein the residue at position 74
according to the IMGT numbering system is an amino acid selected from the group consisting of

glycine, alanine, valine, methionine, leucine and isoleucine.

104. The multispecific antibody of embodiment 102, wherein the residue at position 74
according to the IMGT numbering system is an amino acid selected from the group consisting of
arginine, cysteine, glutamine, glutamic acid, glycine, histidine, isoleucine, leucine, lysine,
methionine, phenylalanine, threonine, tryptophan, tyrosine and valine.

105. The multispecific antibody thereof of embodiment 102, wherein the residue at position 74
according to the IMGT numbering system is an amino acid selected from the group consisting of

glycine, valine, methionine, leucine and isoleucine.

106. The multispecific antibody of embodiment 102, wherein the residue at position 74

according to the IMGT numbering system is a leucine residue.

107. The multispecific antibody of any preceding embodiment, wherein the antibody is an 1gG
antibody.

108. The multispecific antibody of any preceding embodiment, wherein the antibody is an IgG1
antibody.
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109. The multispecific antibody of any previous embodiment, wherein the Fab region comprises
a VH comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the
amino acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising
the amino acid sequence of SEQ ID NO: 562.

110. The multispecific antibody of any previous embodiment, wherein the Fab region comprises
a VH comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the
amino acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising
the amino acid sequence of SEQ ID NO: 522.

111. The multispecific antibody of any previous embodiment, wherein the Fab region comprises
a VH comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the
amino acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising
the amino acid sequence of SEQ ID NO: 532.

112. The multispecific antibody of any previous embodiment, wherein the Fab region comprises
a VH comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the
amino acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising
the amino acid sequence of SEQ ID NO: 541.

113. The multispecific antibody of any previous embodiment, wherein the Fab region comprises
a VH comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the
amino acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising
the amino acid sequence of SEQ ID NO: 510.

114. The multispecific antibody of any previous embodiment, wherein the Fab region comprises
a VH comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the
amino acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising
the amino acid sequence of SEQ ID NO: 559.

115. The multispecific antibody of any previous embodiment, wherein the Fab region comprises
a VH comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the
amino acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising
the amino acid sequence of SEQ ID NO: 552.

116. A multispecific antibody of any previous embodiment, wherein the Fab region specifically
binds to a variable delta 1 (Vd1) chain of a yd T cell receptor (TCR) and competes with binding to
the variable delta 1 (V81) chain of a yd T cell receptor (TCR) with an antibody or antigen-binding
fragment thereof of any preceding embodiment.

300



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

117. The multispecific antibody of any previous embodiment, wherein the antibody is Fc-

enabled.

118. A multispecific antibody of any previous embodiment,, characterised in that it:
a. causes downregulation of TCRs on V&1 T-cells to which it binds;
does not exhibit CDC or ADCC; and
c. does not deplete V61 T-cells.

119. The multispecific antibody of embodiment 118, wherein the antibody causes a depletion
of less than about 30%, or less than about 20%, or less than about 10% of the viable V61 T+ cell
population via ADCC and/or CDC.

120. The multispecific antibody embodiment 118, wherein the antibody does not induce

secretion of IL-17A.

121. The multispecific embodiment 118, wherein the antibody induces less than about 30%, or
less than about 20%, or less than about 10% of the IL-17A secretion induced by equivalent CD3

antibodies.

122. The multispecific antibody of any previous embodiments, wherein the Fab region binds to
human TRVD1 with a KD of less than about 10 nM.

123. The multispecific antibody of any previous embodiments, wherein the Fab region binds to
human TRVD1 with a KD of less than about 5 nM.

124. The multispecific antibody of any previous embodiments, wherein the Fab region binds to
cyno TRVD1 with a KD of less than about 100 nM.

125. The multispecific antibody of embodiment 115, wherein the Fab region binds to cyno
TRVD1 with a KD of less than about 50 nM.

126. A multispecific antibody according to any previous embodiment, wherein that the Fab
region specifically binds to a human variable delta 1 (V61) chain of a yd T cell receptor (TCR) with
a KD of less than about 10 nM.

127. The multispecific antibody of any previous embodiment, wherein the Fab region is as
defined in any one of embodiments 1 to 126.

128. The multispecific antibody of any preceding embodiment, wherein the Fab region binds to

a cyno variable delta 1 (V81) chain of a yo T cell receptor (TCR) with a KD of less than about 100
nM or less than about 50 nM.
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129. The multispecific antibody of any preceding embodiment, wherein the Fab region has an

IC50 for TCR downregulation of less than about 50 nM, preferably less than about 10 nM.

130. The multispecific antibody of any preceding embodiment, wherein the multispecific
antibody has an IC50 for A375 cell killing of less than about 10 nM, preferably less than about 5
nM.

131. The multispecific antibody of any preceding embodiment, wherein the Fab region

stimulates V61 T-cell proliferation.

132. The multispecific antibody of any preceding embodiment, wherein the Fab region binds
human TVRD1 with a KD of less than about 100 nM.

133. The multispecific antibody of any preceding embodiment, wherein the Fab region binds
human TVRD1 with a KD of less than about 50 nM.

134. The multispecific antibody of any preceding embodiment, wherein the Fab region f binds
human TRDV1 with Kp of less than about 10 nM.

135. The multispecific antibody of any preceding embodiment, wherein the Fab region binds
human TRDV1 with Ko of less than about 5 nM.

136. The multispecific antibody of any preceding embodiment, wherein the Fab region binds
human TRDV1 with Kp of less than about 1 nM.

137. The multispecific antibody of any preceding embodiment, wherein the Fab region binds
cyno TRDV1 with Kp of less than about 100 nM.

138. The multispecific antibody of any preceding embodiment, wherein the Fab region binds
cyno TRDV1 with Kp of less than about 50 nM.

139. The multispecific antibody of any preceding embodiment, wherein the Fab region has an
IC50 for TCR downregulation of less than about 50nM, less than about 10nM, less than about 5
nM, less than about 1 nM or less than about 0.5 nM.

140. The multispecific antibody of any preceding embodiment, wherein the Fab region:
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141.

142.

143.

144.

145.

binds to human TRDV1 (SEQ ID NOs 272 or 306) with a binding affinity (Ko, for example
as measured by surface plasmon resonance) of less than about 100 nM (preferably less
than about 50 nM);

optionally binds to cyno TRDV1 (SEQ ID NO 308) with a binding affinity (Ko, for example
as measured by surface plasmon resonance) of less than about 100 nM (preferably less
than about 50 nM);

has an IC50 for TCR downregulation of less than about 50nM (preferably less than about
10nM).

The multispecific antibody of any preceding embodiment, wherein the Fab region:

binds to human TRDV1 with a Ko of less than about 100 nM (preferably less than about 50
nM);

binds to cyno TRDV1 with a Ko of less than about 100 nM (preferably less than about 50
nM);

has an IC50 for TCR downregulation of less than about 50nM (preferably less than about
10nM) and an IC90 for TCR downregulation of less than about 100nM (less than about
50nM).

The multispecific antibody of any preceding embodiment, wherein the Fab region:

binds to human TRDV1 with a Ko of less than about 10 nM (preferably less than about 5
nM); and/or

binds to cyno TRDV1 with a Kp of less than about 100 nM (preferably less than about 50
nM)..

The multispecific antibody of any preceding embodiment, wherein the Fab region:

binds to human TRDV1 with a Ko of less than about 10 nM (preferably less than about 1
nM);

binds to cyno TRDV1 with a Kp of less than about 50 nM;

has an IC50 for TCR downregulation of less than about 1nM (preferably less than about
0.5nM)..

The multispecific antibody of any preceding embodiment, wherein the Fab region:

binds to human TRDV1 with a Kp of less than about 10 nM (preferably less than about 5
nM);

have an IC50 for TCR downregulation of less than about 50nM (preferably less than about
10nM).

The multispecific antibody of any preceding embodiment, wherein the Fab region:

binds to human TRDV1 with a Kp of less than about 10 nM (preferably less than about 5
nM);

has an IC50 for TCR downregulation of less than about 5nM (preferably less than about
1nM); and
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146. The multispecific antibody of any preceding embodiment, wherein the Fab region is a
human Fab region.

147. The multispecific antibody of any preceding embodiment, wherein the antibody is a mAb2.

148. The multispecific antibody of any preceding embodiment, wherein the antibody is a

monoclonal antibody.

149. The multispecific antibody of any preceding embodiment, wherein the Fab region only
binds to an epitope in the V region of a V&1 chain of a yd TCR.

150. The multispecific antibody of any preceding embodiment, wherein the Fab region only
binds to an epitope within amino acid residues 1-90 of SEQ ID NO: 272, SEQ ID NO: 306 or SEQ
ID NO: 308.

151. The multispecific antibody of any preceding embodiment, wherein the Fab region does not
bind to an epitope found in CDR3 of a V&1 chain of a yd TCR.

152. The multispecific antibody of any preceding embodiment, wherein the Fab region thereof
does not bind to an epitope within amino acid region 91-105 (CDR3) of SEQ ID NO: 272.

153. The multispecific antibody of any preceding embodiment, wherein the Fab region binds to
an epitope within amino acid region
0] 3-20 of SEQ ID NO: 272; and/or
@iD 37-77 of SEQ ID NO: 272.

154. The multispecific antibody or of embodiment 153, wherein the epitope bound by the Fab
region comprises one or more amino acid residues within amino acid regions 37-53 and/or 59-77
of SEQ ID NO: 272.

155. The multispecific antibody of embodiment 153, wherein the epitope bound by the Fab
region comprises amino acid residues 37, 42, 50, 53, 59, 64, 68, 69, 72, 73 and 77 of SEQ ID NO:;
272,

156. The multispecific antibody of embodiment 153, wherein the epitope bound by the Fab

region consists of amino acid residues 37, 42, 50, 53, 59, 64, 68, 69, 72, 73 and 77 of SEQ ID NO:
272.
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157. The multispecific antibody of embodiment 153, wherein the epitope bound by the Fab
region comprises one or more amino acid residues within amino acid regions 5-20 and/or 62-77 of
SEQ ID NO: 272.

158. The multispecific antibody of embodiment 153, wherein the epitope bound by the Fab
region comprises amino acid residues 5, 9, 16, 20, 62, 64, 72 and 77 of SEQ ID NO: 272.

159. The multispecific antibody of embodiment 153, wherein the epitope bound by the Fab
region consists of amino acid residues 5, 9, 16, 20, 62, 64, 72 and 77 of SEQ ID NO: 272.

160. The multispecific antibody of embodiment 153, wherein the epitope bound by the Fab

region is an activating epitope of a yo T cell.

161. The multispecific antibody of embodiment 160, wherein binding of the activating epitope:
(i) downregulates the yd TCR; (ii) activates degranulation of the yd T cell; and/or (iii) promotes y&
T cell mediated killing.

162. The multispecific antibody thereof of any previous embodiment, wherein binding of the

activating epitope upregulates expression of CD107a, CD25, CD69 and/or Ki67.

163. The multispecific antibody of any preceding embodiment, wherein the multispecific
antibody is larger than about 70KDa.

164. The multispecific antibody of any preceding embodiment, wherein the antibody does not
comprise an VHCDRS having SEQ ID NO: 54 and a VLCDRS3 having SEQ ID NO: 81, and/or
wherein the antibody not comprise an VHCDR3 having SEQ ID NO: 132 and a VLCDR3 having
SEQ ID NO: 1486.

165. The multispecific antibody of any preceding embodiment, wherein the antibody does not
comprise a VH region having SEQ ID NO: 1 and a VL region having SEQ ID NO: 26, and/or wherein
the antibody does not comprise a VH region having SEQ ID NO: 106 and a VL region having SEQ
ID NO: 118.

166. A polynucleotide sequence encoding the multispecific antibody as defined in any preceding
embodiment.
167. A polynucleotide sequence encoding the anti-Vd1 first binding domain comprising a

sequence having at least 70% sequence identity with SEQ ID NO: 199 to 222, 224 to 247, 249 to
259 or 261 to 271.
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168. An expression vector comprising the polynucleotide sequence as defined in embodiment
166 or embodiment 167.

169. A host cell comprising the polynucleotide sequence as defined embodiment 166 or
embodiment 167 or the expression vector as defined in embodiment 168, optionally wherein the

host cell is a recombinant host cell.

170. The host cell of embodiment 169, comprising a first polynuclectide sequence encoding a

VH sequence, and a second polynucleotide sequence encoding a VL sequence.

171. The host cell of embodiment 169, comprising a first expression vector comprising a first
polynucleotide sequence encoding a VH sequence, and a second expression vector comprising a

second polynucleotide sequence encoding a VL sequence.

172. The host cell of embodiment 169, comprising an expression vector comprising a first
polynucleotide sequence encoding a VH sequence and a second polynucleotide sequence
encoding a VL sequence.

173. The host cell as defined in any one of embodiments 169 to 172, wherein the polynucleotide
or expression vector encodes a membrane anchor or transmembrane domain fused to the antibody
or antigen-binding fragment thereof, wherein the antibody or antigen-binding fragment thereof is

presented on an extracellular surface of the cell

174. A method for producing any multispecific antibody of any one of embodiments 1 to 165,
comprising culturing a host cell of any one of embodiments 169 to 173 in a cell culture medium.

175. The method of embodiment 174, further comprising isolating the multispecific antibody

from the culture medium.

176. A composition comprising the multispecific antibody or antibody binding fragment thereof

as defined in any one of embodiments 1 to 165.

177. A pharmaceutical composition comprising the multispecific antibody as defined in any one
of embodiments 1 to 165 and a pharmaceutically acceptable diluent or carrier.

178. A kit comprising the multispecific antibody of any one of embodiments 1 to 165 or a

pharmaceutical composition of embodiment 177.

179. The kit of embodiment 178, further comprising an additional therapeutically active agent.

180. The kit of embodiment 178 or embodiment 179, further comprising instructions for use.
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181. A method of treating a disease or disorder in a subject, comprising administering to the
subject multispecific antibody of any one of embodiments 1 to 165, or the pharmaceutical
composition of embodiment 177.

182. The method of embodiment 181, wherein the disease or disorder is cancer.
183. The method of embodiment 182, wherein the cancer is an EGFR positive cancer.
184. The method of any one of embodiments 181 to 183, further comprising administering

simultaneously or sequentially in any order, a second agent to the subject.

185. A method of modulating an immune response in a subject, comprising administering to the
subject multispecific antibody of any one of embodiments 1 to 165, or the pharmaceutical

composition of embodiment 177.

186. The method of embodiment 185, wherein the subject has cancer.

187. The method of embodiment 185 or 186, wherein modulating an immune response in a
subject comprises at least one selected from the group consisting of activating yd T cells, causing
or increasing proliferation y& T cells, causing or increasing expansion of y6 T cells, causing or
increasing yd T cell degranulation, causing or increasing yo T cell mediated killing activity, causing
or increasing yd T cytotoxicity, causing or increasing yd T cell mobilization, increasing survival of

yd T cells, and increasing resistance to exhaustion of yd T cells.

188. The method of any one of embodiments 181 to 187, wherein diseased cells are killed while

healthy cells are spared.

189. The multispecific antibody of any one of embodiments 1 to 165, or the pharmaceutical
composition of embodiment 177, or the kit of any one of embodiments 178 to 179 for use in
medicine.

190. The multispecific antibody of any one of embodiments 1 to 165, or the pharmaceutical
composition of embodiment 177, or the kit of any one of embodiments 178 to 179 for use in the

treatment of cancer.

191. Use of a multispecific antibody of any one of embodiments 1 to 165 in the manufacture of
a medicament.

192. Use of a multispecific antibody of any one of embodiments 1 to 165 in the manufacture of

a medicament for the treatment of cancer.
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CLAIMS

1. A multispecific antibody comprising a Fab region and an Fc region, wherein the Fab region

comprises a binding site specific for an epitope of the variable delta 1 (V&1) chainofayd T cell

receptor (TCR); and the Fc region comprises an EGFR binding site.

2. The multispecific antibody of claim 1, wherein the EGFR binding site is provided by a CH3

domain in which:

a.

residues 359 to 362 (EU numbering) comprise EEGP (SEQ ID NO: 523), residues 384 to
386 (EU numbering) comprise TYG (SEQ ID NO:511), and residues 413 to 419 (EU
numbering) comprise SYWRWYK (SEQ ID NO: 512);

residues 359 to 362 (EU numbering) comprise EEGP (SEQ ID NO: 523), and residues
413 to 419 (EU numbering) comprise SYWRWYK (SEQ ID NO: 512);

residues 359 to 362 (EU numbering) comprise EEGP (SEQ ID NO: 523), residues 384 to
386 (EU numbering) comprise TYG (SEQ ID NO: 511), and residues 413 to 415 (EU
numbering) comprise SYW (SEQ ID NO: 533);

residues 358 to 361, 361.1 and 362 (EU numbering) comprise LDEGGP (SEQ ID NO:
542), residues 384 to 386 (EU numbering) comprise TYG (SEQ ID NO: 511), and
residues 413 to 419 (EU numbering) comprise SYWRWVK (SEQ ID NO: 543);

residues 384 to 386 (EU numbering) comprise TYG (SEQ ID NO: 511), and residues 413
to 419 (EU numbering) comprise SYWRWYK (SEQ ID NO: 512);

residues 358 to 362 (EU numbering) comprise TDDGP (SEQ ID NO: 560), residues 384
to 386 (EU numbering) comprise TYG (SEQ ID NO: 511), and residues 413 to 419 (EU
numbering) comprise SYWRWYK (SEQ ID NO: 512); or

residues 358 to 362 (EU numbering) comprise TESGP (SEQ ID NO: 553), residues 384
to 386 (EU numbering) comprise KFG (SEQ ID NO: 554), residues 413 to 421 (EU
numbering) comprise SNLRWTKGH (SEQ ID NO: 555), and residue 378 is valine.

3. The multispecific antibody of any previous claim, wherein the EGFR binding site is provided by a
CH3 domain in which:

a.

residues 355 to 362 (EU numbering) form an AB loop comprising RDELEEGP (SEQ ID
NO: 524), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514) and residues 413 to 422 (EU numbering) form an EF
loop comprising SYWRWYKGNYV (SEQ ID NO: 515);

residues 355 to 362 (EU numbering) form an AB loop comprising RDELEEGP (SEQ ID
NO: 524), residues 383 to 391 (EU numbering) form an CD loop comprising
SNGQPENNY (SEQ ID NO: 525) and residues 413 to 422 (EU numbering) form an EF
loop comprising SYWRWYKGNYV (SEQ ID NO: 515);

residues 355 to 362 (EU numbering) form an AB loop comprising RDELEEGP (SEQ ID
NO: 524), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514) and residues 413 to 422 (EU numbering) form an EF
loop comprising SYWRWQQGNYV (SEQ ID NO: 534);
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d.

residues 355 to 362 (EU numbering) form an AB loop comprising RDELDEGGP (SEQ ID
NO: 544), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514), and residues 413 to 422 (EU numbering) form an EF
loop comprising SYWRWVKGNYV (SEQ ID NO: 545);

residues 355 to 362 (EU numbering) form an AB loop comprising RDELTKNQ (SEQ ID
NO: 513), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514) and residues 413 to 422 (EU numbering) form an EF
loop comprising SYWRWYKGNYV (SEQ ID NO: 515);

residues 355 to 362 (EU numbering) form an AB loop comprising RDETDDGP (SEQ ID
NO: 561), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514), residues 413 to 422 (EU numbering) form an EF loop
comprising SYWRWYKGNYV (SEQ ID NO: 513); or

residues 355 to 362 (EU numbering) form an AB loop comprising RDETESGP (SEQ ID
NO: 556), residues 383 to 391 (EU numbering) form an CD loop comprising
SKFGPENNY (SEQ ID NO: 557), residues 413 to 422 (EU numbering) form an EF loop
comprising SNLRWTKGHYV (SEQ ID NO: 558) and residue 378 is valine.

4. The multispecific antibody of any previous claim, wherein the EGFR binding site is not provided

by a CH3 domain in which:

a.

residues 358 to 362 (EU numbering) comprise TDDGP (SEQ ID NO: 560), residues 384
to 386 (EU numbering) comprise TYG (SEQ ID NO: 511), and residues 413 to 419 (EU
numbering) comprise SYWRWYK (SEQ ID NO: 512); or

residues 355 to 362 (EU numbering) form an AB loop comprising RDETDDGP (SEQ ID
NO: 561), residues 383 to 391 (EU numbering) form an CD loop comprising
STYGPENNY (SEQ ID NO: 514), residues 413 to 422 (EU numbering) form an EF loop
comprising SYWRWYKGNV (SEQ ID NO: 515).

5. The multispecific antibody according to claim 1, wherein the CH3 domain is a human IgG CH3

domain engineered to comprise the EGFR binding site.

6. A multispecific antibody according to claim 2, wherein the Fc region is a human IgG Fc region

comprising the CH3 domain engineered to comprise the EGFR binding site.

7. A multispecific antibody according to any preceding claim, wherein the amino acid sequence of

the CH3 domain is at least 90% identical to, or at least 95% identical to, or 100% identical to:

a.

-~ o o o T

«

SEQ ID NO: 562;
SEQ ID NO: 522;
SEQ ID NO: 532;
SEQ ID NO: 541,
SEQ ID NO: 510;
SEQ ID NO: 559; or
SEQ ID NO: 552.

RECTIFIED SHEET (RULE 91) ISA/EP
309



WO 2022/175414 PCT/EP2022/054011

8. The multispecific antibody of any previous claim, wherein the antibody is Fc enabled.

9. The multispecific antibody of any previous claim, wherein the Fc region comprises:
SEQ ID NO: 391 or SEQ ID NO: 392;
SEQ ID NO: 520 or SEQ ID NO: 521;
SEQ ID NO: 530 or SEQ ID NO: 531;

539 or SEQ ID NO: 540;

508 or SEQ ID NO: 509;

385 or SEQ ID NO: 386; or

SEQ ID NO:
SEQ ID NO:

10

15

20

25

30

35

40

a
b
C
d. SEQ ID NO:
€
f.
9

SEQ ID NO:

550 or SEQ ID NO:

551.

10. The multispecific antibody of any previous claim, comprising:

a. SEQ ID NO: 389; or SEQ ID NO: 414 and SEQ ID NO: 432;
b. SEQ ID NO: 400; or SEQ ID NO: 414 and SEQ ID NO: 436;
c. SEQID NO: 516; or SEQ ID NO: 414 and SEQ ID NO: 518;
d. SEQID NO: 517; or SEQ ID NO: 414 and SEQ ID NO: 519;
e. SEQID NO: 526; or SEQ ID NO: 414 and SEQ ID NO: 528;
f. SEQID NO: 527; or SEQ ID NO: 414 and SEQ ID NO: 529;
g. SEQID NO: 535; or SEQ ID NO: 414 and SEQ ID NO: 537;
h. SEQ ID NO: 536; or SEQ ID NO: 414 and SEQ ID NO: 538;
i. SEQID NO: 504; or SEQ ID NO: 414 and SEQ ID NO: 506;
j. SEQID NO: 505; or SEQ ID NO: 414 and SEQ ID NO: 507;
k. SEQ ID NO: 388; or SEQ ID NO: 414 and SEQ ID NO: 431;
. SEQID NO: 399; or SEQ ID NO: 414 and SEQ ID NO: 435;
m. SEQ ID NO: 546; or SEQ ID NO: 414 and SEQ ID NO: 548;
n. SEQ ID NO: 547; or SEQ ID NO: 414 and SEQ ID NO: 549;
0. SEQ D NO: 378; or SEQ ID NO: 425 and SEQ ID NO: 426;
p. SEQID NO: 379; or SEQ ID NO: 421 and SEQ ID NO: 437;
q. SEQ ID NO: 380; or SEQ ID NO: 423 and SEQ ID NO: 427;

11. The multispecific antibody of any previous claim, which does not comprise:
SEQ ID NO: 385 or SEQ ID NO: 386;
SEQ ID NO: 378; or SEQ ID NO: 425 and SEQ |ID NO: 426;
SEQ ID NO: 379; or SEQ ID NO: 421 and SEQ |D NO: 437; or
SEQ ID NO: 380; or SEQ ID NO: 423 and SEQ ID NO: 427.

a.

b
C.
d

12. The multispecific antibody of any previous claim, wherein the multispecific antibody binds to human

EGFR with a binding affinity (Ko, for example as measured by surface plasmon resonance) of less
than about 150nM, less than about 20nM, less than about 10nM or less than about 5nM.

13. The multispecific antibody of any previous claim, wherein the Fab region comprises:

a heavy chain variable region comprising:

310



10

15

20

25

30

35

40

WO 2022/175414 PCT/EP2022/054011

a VHCDR1 comprising or consisting of an amino acid sequence having at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, at least 99% or 100% identity to a sequence selected from the group consisting of: SEQ
ID NOs: 51, 52 and 130;

a VHCDR2 comprising or consisting of an amino acid sequence having at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, at least 99% or 100% identity to a sequence selected from the group consisting of: SEQ
ID NO: 53 and 131; and

a VHCDR3 comprising or consisting of an amino acid sequence having at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, at least 99% or 100% identity to a sequence selected from the group consisting of: SEQ
ID NOs: 68, 55 to 67, 69 to 78 and 133 to 143; and/or
a light chain variable region comprising:

a VLCDR1 comprising or consisting of an amino acid sequence having at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, at least 99% or 100% identity to a sequence selected from the group consisting of: SEQ
ID NO: 79 and 144;

a VLCDR2 comprising or consisting of an amino acid sequence having at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, at least 99% or 100% identity to a sequence selected from the group consisting of: SEQ
ID NO: 80 and 145; and

a VLCDR3 comprising or consisting of an amino acid sequence having at least 90%, at
least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, at least 99% or 100% identity to a sequence selected from the group consisting of: SEQ
ID NOs: 95, 82 to 94, 96 to 105 and 147 to 157.

14. The multispecific antibody of any previous claim, the Fab region comprising:

a. aVHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 68, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 95, respectively;

b. aVHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 55, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 82, respectively;

¢. aVHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 56, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 83, respectively;

d. aVHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 57, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 84, respectively;

e. aVHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 58, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 85, respectively;
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a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 59, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 86, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 60, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 87, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 52, 53 and 61, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 88, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 62, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 89, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 63, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 90, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 64, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 91, respectively;
a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 65, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 92, respectively;

. aVHCDR1, a VHCDR2 and a VHCDRS3 comprising the amino acid sequences of SEQ ID

NO: 52, 53 and 66, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 93, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 67, respectively, and a VLCDR1, a VLCDR2 and a VLCDRS3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 94, respectively;

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 69, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 96, respectively;

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 70, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 97, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 71, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 98, respectively;

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 72, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 99, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 73, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 100, respectively;
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a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 52, 53 and 74, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 101, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 75, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 102, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 76, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 103, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 77, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 104, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 51, 53 and 78, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 79, 80 and 105, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 130, 131 and 133, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 147, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 130, 131 and 134, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 148, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 130, 131 and 135, respectively, and a VLCDR1, a VLCDR2 and a VLCDR?3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 149, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 130, 131 and 136, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 150, respectively;

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising the amino acid sequences of SEQ ID
NO: 130, 131 and 137, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 151, respectively;

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising the amino acid sequences of SEQ ID
NO: 130, 131 and 138, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 152, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 130, 131 and 139, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 153, respectively;

a VHCDR1, a VHCDR2 and a VHCDRS3 comprising the amino acid sequences of SEQ ID
NO: 130, 131 and 140, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 154, respectively;

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 130, 131 and 141, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 155, respectively;
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hh. a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID

NO: 130, 131 and 142, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 156, respectively; or

a VHCDR1, a VHCDR2 and a VHCDR3 comprising the amino acid sequences of SEQ ID
NO: 130, 131 and 143, respectively, and a VLCDR1, a VLCDR2 and a VLCDR3 comprising
the amino acid sequences of SEQ ID NOs: 144, 145 and 157, respectively.

15. The multispecific antibody of any previous claim, the Fab region comprising:

a heavy chain variable region comprising or consisting of a sequence having at least 90%,

at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, at least 99% or 100% identity to a sequence selected from the group consisting of SEQ
ID NOs: 15, 2t0 14, 16 to 25 and 107 to 117; and/or

a light chain variable region comprising or consisting of a sequence having at least 90%,

at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at
least 98%, at least 99% or 100% identity to a sequence selected from the group consisting of SEQ
ID NOs: 40, 27 to 39, 41 to 50 and 119 to 129.

16. The multispecific antibody of any previous claim, the Fab region comprising:

a.

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 15 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 40;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 2 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 27;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 3 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, atleast 96%, atleast 97%, atleast 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 28;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 4 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 29;
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a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 5 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, atleast 96%, atleast 97%, atleast 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 30;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 6 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 31;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 7 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 32;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 8 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 33;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 9 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 34;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 10 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, atleast 96%, atleast 97%, atleast 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 35;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 11 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 36;
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a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 12 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, atleast 96%, atleast 97%, atleast 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 37;

. a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,

at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 13 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 38;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 14 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 39;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 16 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 41;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 17 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 42;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 18 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, atleast 96%, atleast 97%, atleast 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 43;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 19 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 44;
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a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 20 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, atleast 96%, atleast 97%, atleast 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 45;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 21 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 46;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 22 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 47;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 23 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 48;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 24 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 49;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 25 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, atleast 96%, atleast 97%, atleast 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 50;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 107 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 119;
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a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 108 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, atleast 96%, atleast 97%, atleast 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 120;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 109 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 121;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 110 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 122;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 111 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 123;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 112 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 124;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 113 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, atleast 96%, atleast 97%, atleast 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 125;

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 114 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 126;
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gg.

hh.

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 115 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, atleast 96%, atleast 97%, atleast 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 127,

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 116 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 128; or

a VH comprising an amino acid sequence having at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99% or 100% sequence identity to SEQ ID NO: 117 and a VL comprising an amino acid
sequence having at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99% or 100% sequence identity
to SEQ ID NO: 129.

17. The multispecific antibody of any previous claim, wherein the Fab region comprises an amino acid

residue other than serine at position 74 according to the IMGT numbering system, optionally

wherein the residue at position 74 according to the IMGT numbering system is a leucine residue.

18. The multispecific antibody of any previous claim, wherein the Fab region comprises:

a.

an HCDR1 sequence comprising the sequence of GDSVSSKSX1A (SEQ ID NO: 158);

an HCDR2 sequence comprising the sequence of SEQ ID NO: 53

an HCDR3 sequence comprising the sequence of X2WX3XaXsXsDX7 (SEQ ID NO: 162),
wherein the HCDR3 sequence is not SEQ ID NO: 54;

an LCDR1 sequence comprising the sequence of SEQ ID NO: 79;

an LCDR2 sequence comprising the sequence of SEQ ID NO: 80; and

an LCDR3 sequence comprising the sequence of QQXsYXeX10X11X12X13T (SEQ ID NO:
166), wherein the LCDR3 sequence is not SEQ ID NO: 81;

wherein each of X to X1 is a naturally occurring amino acid.

or wherein the antibody or antigen-binding fragment thereof comprises:

a.
b.
c.

an HCDR1 sequence comprising the sequence of SEQ ID NO: 130

an HCDR2 sequence comprising the sequence of SEQ ID NO: 131

an HCDR3 sequence comprising the sequence of XiXz2YX:X+AFDI, wherein the HCDR3
sequence is not SEQ ID NO: 132;

an LCDR1 sequence comprising the sequence of SEQ ID NO: 144;

an LCDR2 sequence comprising the sequence of SEQ ID NO: 145; and

an LCDRS3 sequence comprising the sequence of QQXsXsX7XsLXsT, wherein the LCDR3
sequence is no SEQ ID NO: 146;
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wherein each of X to Xg is a naturally occurring amino acid.

19. The multispecific antibody of any previous claim, wherein the Fab region is an affinity matured

variant of a parent anti-Vd1 Fab region, wherein the parent anti-Vd1 Fab region comprises:
a. aVH comprising the amino acid sequence of SEQ ID NO: 1 and a VL sequence comprising
the amino acid sequence of SEQ ID NO: 26;
b. a VH comprising the amino acid sequence of SEQ ID NO: 106 and a VL sequence
comprising the amino acid sequence of SEQ ID NO: 118;
c. a VH comprising the amino acid sequence of SEQ ID NO: 273 and a VL comprising the
amino acid sequence of SEQ ID NO: 282;
d. a VH comprising the amino acid sequence of SEQ ID NO: 274 and a VL comprising the
amino acid sequence of SEQ ID NO: 283;
€. a VH comprising the amino acid sequence of SEQ ID NO: 275 and a VL comprising the
amino acid sequence of SEQ ID NO: 284;
f. a VH comprising the amino acid sequence of SEQ ID NO: 276 and a VL comprising the
amino acid sequence of SEQ ID NO: 285;
g. a VH comprising the amino acid sequence of SEQ ID NO: 277 and a VL comprising the
amino acid sequence of SEQ ID NO: 286;
h. a VH comprising the amino acid sequence of SEQ ID NO: 278 and a VL comprising the
amino acid sequence of SEQ ID NO: 287,
i. a VH comprising the amino acid sequence of SEQ ID NO: 279 and a VL comprising the
amino acid sequence of SEQ ID NO: 288;
j- a VH comprising the amino acid sequence of SEQ ID NO: 280 and a VL comprising the
amino acid sequence of SEQ ID NO: 289;
k. a VH comprising the amino acid sequence of SEQ ID NO: 281 and a VL comprising the
amino acid sequence of SEQ ID NO: 290; or
. a VH comprising the amino acid sequence of SEQ ID NO: 312 and a VL comprising the
amino acid sequence of SEQ ID NO: 313;
optionally wherein:
the affinity matured antibody has at least 20%, at least 30%, at least 40%, at least 50%, at
least 100%, at least 500% or more preferably at least about 1000% greater affinity than the parental
antibody for binding to a variable delta 1 (Vd1) chain of a yd T cell receptor (TCR), for example as
measured by the Kd;
the affinity matured anti-Vd1 antibody or antigen-binding fragment thereof comprises VH
and VL sequences that are at least 80%, at least 90%, at least 95% or at least 96% identical to the
corresponding parental VH and VL sequences; and/or
the affinity matured anti-Vd1 antibody or antigen-binding fragment comprises up to 20, for
example up to 15, for example up to 10 amino acid substitutions compared to the parental antibody

sequences.

20. The multispecific antibody of any previous claim, wherein the Fab region comprises a VH

comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino
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21.

22.

23.

24.

25.

26.

27.

28.

acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising the
amino acid sequence of SEQ ID NO: 562.

The multispecific antibody of any previous claim, wherein the Fab region comprises a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino
acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising the
amino acid sequence of SEQ ID NO: 522.

The multispecific antibody of any previous claim, wherein the Fab region comprises a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino
acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising the
amino acid sequence of SEQ ID NO: 532.

The multispecific antibody of any previous claim, wherein the Fab region comprises a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino
acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising the
amino acid sequence of SEQ ID NO: 541.

The multispecific antibody of any previous claim, wherein the Fab region comprises a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino
acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising the
amino acid sequence of SEQ ID NO: 510.

The multispecific antibody of any previous claim, wherein the Fab region comprises a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino
acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising the
amino acid sequence of SEQ ID NO: 559.

The multispecific antibody of any previous claim, wherein the Fab region comprises a VH
comprising the amino acid sequence of SEQ ID NO: 15 and a VL sequence comprising the amino
acid sequence of SEQ ID NO: 40; and the Fc region comprises a CH3 domain comprising the
amino acid sequence of SEQ ID NO: 552.

The multispecific antibody of any previous claim, characterised in that it:
a. causes downregulation of TCRs on V&1 T-cells to which it binds;
b. does not exhibit CDC or ADCC; and

c. does not deplete V61 T-cells.
The multispecific antibody of any previous claim, wherein the multispecific antibody causes a

depletion of less than about 30%, or less than about 20%, or less than about 10% of the viable V51
T+ cell population via ADCC and/or CDC.
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29.

30.

31.

32.

33.

34.

35.

36.

The multispecific antibody of any previous claim, wherein the antibody or antigen-binding fragment
thereof binds to human TRVD1 with a KD of less than about 10 nM, optionally wherein the antibody
or antigen-binding fragment thereof binds to cyno TRVD1 with a KD of less than about 100 nM.

The multispecific antibody of any previous claim that specifically binds to a human variable delta 1
(Vo1) chain of a yo T cell receptor (TCR) with a KD of less than about 10 nM, optionally wherein
the anti-Vd1 antibody or antigen-binding fragment thereof binds to a cyno variable delta 1 (V&1)
chain of a y& T cell receptor (TCR) with a KD of less than about 100 nM and/or specifically binds
to human EGFR with a Kp of less than about 150nM.

The multispecific antibody of any previous claim that specifically binds to a human variable delta 1
(V1) chain of a yd T cell receptor (TCR) with a KD of less than about 10 nM, optionally wherein
the anti-V61 antibody or antigen-binding fragment thereof binds to a cyno variable delta 1 (V81)
chain of a y0 T cell receptor (TCR) with a KD of less than about 100 nM and/or specifically binds
to human EGFR with a Kp of less than about 20nM.

The multispecific antibody of any previous claim that:

a. binds to human TRDV1 (SEQ ID NOs 272 or 306) with a binding affinity (Ko, for example
as measured by surface plasmon resonance) of less than about 100 nM (preferably less
than about 50 nM);

b. optionally binds to cyno TRDV1 (SEQ ID NO 308) with a binding affinity (Ko, for example
as measured by surface plasmon resonance) of less than about 100 nM (preferably less
than about 50 nM);

c. has an IC50 for TCR downregulation of less than about 50nM (preferably less than about
10nM).

The multispecific antibody of any previous claim, wherein the Fab region only binds to an epitope
within amino acid residues 1-90 of SEQ ID NO: 272, SEQ ID NO: 306 and/or SEQ ID NO: 308.

The multispecific antibody of any previous claim, wherein the Fab region binds to an epitope within
amino acid region

@ 3-20 of SEQ ID NO: 272, SEQ ID NO: 306 and/or SEQ ID NO: 308; and/or

(i) 37-77 of SEQ ID NO: 272, SEQ ID NO: 306 and/or SEQ ID NO: 308.

The multispecific antibody of any previous claim, wherein the Fab region binds to an activating
epitope of a y0 T cell, optionally wherein binding of the activating epitope: (i) downregulates the yd

TCR; (ii) activates degranulation of the yd T cell; and/or (iii) promotes yd T cell mediated killing.

The multispecific antibody of claim 16, wherein binding of the activating epitope upregulates
expression of CD107a, CD25, CD69 and/or Ki67.
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37.

38.

39.

40.

41.

42.

43.

44.

45.

The multispecific antibody of any previous claim, wherein the multispecific antibody is a bispecific

antibody.

The multispecific antibody of any previous claim, wherein the multispecific antibody is not a
bispecific antibody.

A pharmaceutical composition comprising the multispecific antibody as defined in any one of claims

1 to 38 and a pharmaceutically acceptable diluent or carrier.

A method of treating a disease or disorder in a subject or a method of modulating an immune
response in a subject, comprising administering to the subject a multispecific antibody of any one
of claims 1 to 38, or the pharmaceutical composition of claim 39.

The method of claim 40, wherein the disease or disorder is cancer or wherein the subject in which
an immune response is modulated has cancer.

The method of claim 41, wherein the cancer is an EGFR positive cancer.

The method of claim 40, wherein modulating an immune response in a subject comprises at least
one selected from the group consisting of activating yd T cells, causing or increasing proliferation
yd T cells, causing or increasing expansion of yd T cells, causing or increasing yo T cell
degranulation, causing or increasing yo T cell mediated killing activity, causing or increasing y0 T
cytotoxicity, causing or increasing yd T cell mobilization, increasing survival of yd T cells, and

increasing resistance to exhaustion of yd T cells.

The method of any one of claims 40 to 43, wherein diseased cells are killed while healthy cells are
spared.

The multispecific antibody of any one of claims 1 to 38, or the pharmaceutical composition of claim
23, for use in the treatment of cancer.
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