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METHOD AND COMPOSITIONS FOR CELLULAR IMMUNOTHERAPY

This application is being filed on 20 August 2013, as a PCT International
Patent application and claims priority to U.S. Patent Application Serial No.
61/691,117 filed on 20 August 2012, the disclosure of which s incorporated herein

by reference in its entirety.

Field of the Invention

The present invention relates to the field of biomedicine and specifically
methods useful for cancer therapy. In particular, embodiments of the invention relate
to methods and compositions for carrving out celtular immunotherapy comprising T

cells modified with tumor targeting receplors,

Statement Regarding Federally Sponsored Research
This invention was made with government supporf in the form of grants from
the United States Department of Health and Human Services and from the Leukemia
and Lymphoma Society. The United States government has certain rights in the

invention.

Backeround of the Invention
The adoptive transfer of human T lymphocytes that are engincered by gene

transfer to express chimeric antigen receptors {chimeric receptors) specific for
surface molecules expressed on tumor cells has the potential to effectively treat
advanced malignancies. Chimeric receptors are synthetic receptors that include an
extracellular ligand binding domain, most commonly a single chain variable
fragment of a monoclonal antibody (scFv) linked to intracellular signaling
components, most commonty CD3{ alone or combined with one or more
costimulatory domains. Much of the research in the design of chimeric receptors has
focused on defining sci%‘vs and other ligand binding elements that target malignant
cells without cauging serious toxicity to essential normal tissues, and on defining the
optimal composition of intracellular signaling modules to activate T cell effector
functions. However, it is uncertain whether the variations in chimeric receptor

design that mediate superior in vitro function will {ranslate reproducibly into
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improved in vivo therapeutic activity in clinical applications of chimeric receptor-
modified T cells.

There is a need to identify methods for determining elements of chimeric
receptor design that are important for therapeutic activity and ¢ell populations to
genetically modify and adoptively transfer that provide enhanced survival and

efficacy in vivo.

Summary of the Invention
In one aspect, the present disclosure relates to methods and compositions to

confer and/or augment immune responses mediated by cellular immunotherapy,
such as by adoptively transferring tumor-specific, genetically modified subsets of
CD8&+ or CD4+ T cells alone, or in combiration, The disclosure prc;vides for
chimeric receptor nucleic acids, and vectors and host cells including such nucleic
acids. The nucleic acid sequence that encodes the chimeric receptor links together a
number of modular components that can be excised and replaced with other
components in order to customize the chimetic receptor for efficient T cell
activation and recognition of a specific target molecule or an epitope on the target
molecule.

In embodiments, a chimeric receptor nucleic acid comprises a
polynucleotide coding for a ligand binding domain, wherein the ligand is a molecule
expressed on malignant or infected cells, a polynucleotide coding for a polypeptide
spacer wherein the polypeptide spacer is about 200 amino acids or less, a
polynucleotide coding for a transmembrane domain; and a polynucieotide coding for
intracellular signaling domains. In embodiments, the polypeptide spacer comprises a
modified 1gG4 hinge region containing an amino acid sequence X, PPX,P that may
be linked to other amino acid sequences including but not limited to the CHZ and
CH3 or CH3 only sequences of the Ig Fe, It hag been surprisingly found that the
length of the spacer region that is presymed not to have signaling capability affects
the in vivo efficacy of the T cells modified to express the chimeric receptor and
needs to be customized for individual target molecuies for optimal tumor or target
cell recognition.

Another aspect of the disclosure provides an‘isolated chimeric receptor
nucleic acid comprising: a polynucleotide coding for a ligand binding domain,
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wherein the ligand is a tumor specific antigen, viral antigen, or any other molecule’
expressed on a {arget cell population that is suitable to mediate recognition and
elimination by a lymphocyte; a polynucieotide coding for a polypeptide spacer
wherein the polypeptide spacer is of a customized length that is specific for each
targeted ligand, wherein the spacer provides for enhanced T cell proliferation and/
or cytokine production as compared to a reference chimeric receptor; a
polynucleotide coding for a transmembrane domain; and a polynucleotide coding for
one or more intracellular signaling domains. In embodiments, a long spacer is
employed if the epitope on the target ligand is in a membrane proximal position and
a short spacer is employed if the epitope on the target ligand is in a membrane distal
position. The disclosure includes expression vectors and host cells compriging the
isolated chimeric receptor as described herein,

Another aspect of the disclosure provides a chimeric receptor polypeptide
comprising a ligand binding domain, wherein the ligand is a tumor specific antigen,
viral antigen or any other molecule that is expressed on a target ccll population and
can be targeted to mediate recognition and elimination by lymphocytes; a
polypeptide spacer wherein the polypeptide spacer is about 10-229 amino acids; a
transmembrane domain; and one or more iptracellular signaling domains. In
embodiments, the polypeptide spacer comprises a modified {gG hinge region
containing the amino acid sequence X;PPX,P.

In another aspect, the present disclosure provides compositions to confer
and/or auginent immune responses mediated by cellular immunotherapy, such as by
adoptively transferring tumor-specific, subset specific genetically modified CD4+ T
cells, wherein the CD4+ T cells confer and/or augment the ability of CD8+ T cells o
sustain anti-tomor reactivity and increase andfor maximize tumor-specific
proliferation. In embodiments, the CD4+ cells are genetically modified to express a
chimeric receptor nucleic acid and/or chimeric receplor polypeptide as described
herein.

In another aspect, the present disclosure provides compositions to confer
and/or augment immune responses mediated by cellular immunotherapy, such as by
adoptively transferring tumor-specific, subset specific genetically modified CD8+ T
cells. In embodiments, the CD8+ cells express a chimeric receptor nucleic acid

and/or chimeric receptor polypeptide as described herein,
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In another embodiment, the present invention provides an adoptive cellular
immunotherapy composition having a genetically modified CD8+ cytotoxic T
lymphocyte cell preparation to confer and/or augment immune responses, wherein
the cytotoxic T lymphocyte cell preparation comprises CD8+ T ceils that express a
chimeric receptor comprising a ligand binding domain for a ligand associated with
the disease or disorder, a customized spacer region, a transmembrane domain; and
an intracellular signaling domain of a T cell or other receptors, such as a
costimulatory domain, aud/or a genetically modified helper T lymphocyte cell
preparation, wherein the helper T lymphocyte cell preparation has CD4+ T cells that
express a chimeric receptor comprising an antibody variable domain specific for the
ligand associated with the disease or disorder, a customized spacer region, a
transmembrane domain; and one or more intracellular signaling domains.

In one embodiment, the present invention provides a method of performing
celtular immunotherapy in a subject having a disease or disorder by administering to
the subject a genctically modified cytotoxic T lymphocyte cell preparation that
provides a cellular immune response, wherein the cytotoxic T lymphocyte cell
preparation comprises CD8+ T cells that have a chimeric receptor comprising a
polynucleotide coding for a ligand binding domain, wherein the ligand is a tumor
specific antigen, viral antigen, or any other molecule expressed on a target cell
population that is suitable to mediate recognition and elimination by a lymphocyte; a
polynucleotide coding for a polypeptide spacer wherein the polypeptide spacer is of
a customized length that is specific for each targeted ligand, wherein the spacer
provides for enhanced T cell proliferation and/or cytokine production as compared
to a reference chimeric receptor; a polynuclectide coding for a transmembrane
domain; and a polynuclectide coding for one or more intracellular signaling
domains. In embodiment, the ligand binding domain is an extrace.i!ular antibody
variable domain specific for a ligand associated with the disease or disorder. An
embodiment includes a genetically modified helper T lymphocyte cell preparation
that wherein the helper T lymphocyte cell preparation comprises CD4+ T cells that
have a chimeric receptor comprising an a polynucleotide coding for a ligand binding
domain, wherein the ligand is a tumor specific antigen, viral antigen, or any other
molecule expressed on a target cell population that is suitable to mediate recognition
and elimination by a lymphocyte; a polynucleotide coding for a polypeptide spacer
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wherein the polypeptide spacer is of a customized length that is specific for each
targeted ligand, wherein the spacer provides for enhanced T cell proliferation and/or
cytokine production as compared to a reference chimeric receptor; a polynucleotide
coding for a transmembrane domain; and a polynucleotide coding for one or more
intracellular signaling domains. In embodiments, the genetically modified CD8+
and genetically modified CD4+ cell population are coadministered. In embodiments,
the T cells are autologous or allogeneic T cells.

Various modifications of the above method are possible. For example, the
chimeric receptor that is expressed by the CD4+ T cell and the CD8+ T cell can be
the same or different,

In another aspect, the present invention provides a method of manufacturing
an adoptive immunotherapy composition by obtaining a chimeric receptor modified
tumor-specific CD8&+ cytotoxic T lymphoeyte cell preparation that elicits a celkular
Immune response and expresses an antigen-reactive chimeric receptor, wherein the
modified cytotoxic T [ymphocyie cell preparation compriscs CD8+ T cells that have
a chimeric receptor comprising a ligand binding domain, wherein the ligand is a
tumor specific antigen, viral antigen, or any other molecule expressed on a target
cell population that is suitable to mediate recognition and elimination by a
Iymphocyte; a polypeptide spacer wherein the polypeptide spacer is of a customized
length that is specific for each targeted ligand, wherein the spacer provides for
enhanced T cell proliferation and/or cytokine production as compared to a reference
chimeric receptor; a transmembrane domain; and one ormore infracellular
signaling domains.; and/or obtaining a modified naive or memory CD4+ T helper
cell wherein the modified helper T lymphocyte cell preparation comprises CD4+
cells that have a chimeric receptor comprising a ligand binding domain, wherein the
ligand is a tumor specific antigen, viral antigen, or any other molecule expressed on
a target cell population that is suitable to mediale recognition and elitnination by a
lymphocyte; a polypeptide spacer wherein the polypeptide spacer is of a costomized
length that is specific for each targeted ligand, wherein the spacer provides for
enhanced T cell proliferation and/or eytokine productioﬁ as compared 1o a reference
chimeric receptor; a transmembrane domain; and one or more intracellular

signaling domains.
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These and other embodiments of the invention are described further in the

accompanying specification, drawings and claims.

Brief Description of the Drawings
Figure 1 Library of spacer sequences. We constructed a plasmid library

that contain codon optimized DNA sequences that encode extracellular components
including of the 1gG4 hinge alone, IgG4 hinge linked to CH2 and CH3 domains, or
TgG4 hinge linked to the CH3 domain, Any scFV sequence (VH and VL) can be
cloned 57 to the sequences encoding this library of variable spacer domains, The
spacer domains are in tumn linked to CD28 transmembrane and infracellular
signaling domains and to CD?3 zeta. A T2A sequence in the vector separates the
chimeric receptor from a selectable marker encoding a truncated human epidermal
growth factor receptor ({tEGFR).

Figure 2: In vitro cytotoxicity, cytokine production, and proliferation of
T-cells modified to express 2A2 ROR1 chimeric receptors with modified spacer
length, (A) Phenotype of purified CD8" Tey-derived cell lines modified with each
of the 2A2 ROR1 chimeric receptors with long, intermediate and short spacer
domain. Staining with anti-F(ab) antibody that binds to an epitope in the 2A2 scFV
shows suiface expression of ROR1 chimeric receptors with full length or truncaied
spacer. (B) Cytolylic activity of T-cells expressing the various 2A2 ROR1 chimeric
receptors with long (@), intermediate (4 ) and short spacer (¢), or a tEGFR control
lentiviral vector against ROR 1" (x) and control target cells. The bar diagram
summarizes cytotoxicily data from 3 independent experiments (£:T = 30:1)
normalized to cytolytic activity by 2A2 ROR1 chimeric receptor ‘long’ = 1, and
analyzed by Student’s t-test. (C) CFSE dye dilution was used to measure
proliferation of 2A2 ROR1 chimeric receptor and tEGFR control T-cells, 72 hours
after stimulation with Raji/ROR | (lefl panel) and primary CLL cells (right panel)
without addition of exogenous cytokines. For analysis, triplicate wells were pooled
and the proliferation of live (P1'), CD8" T-cells analyzed. Numbers above sach
histogram indicate the nunber of cell divisions the profiferating subset underwent,
and the fraction of T-cells in each gate that underwent 24/3/2/1 cell divisions is
provided next to each plot. () Multiplex cytokine assay of supernatants obtained

after 24 hours from triplicate co-cultures of 5x10% T-cells expressing the various
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2A2 ROR1 chimeric receptors with Raji/ROR1 and primary CLL cells. Multiplex
cytokine data from 3 independent experiments were normalized {cytokine release by
2A2 RORI chimeric receptor ‘long’ = 1) and analyzed by Student’s t-test (right bar
diagram).

Figure 3. R11 chimeric receptor requires a Jong spacer for recognition of
ROR1" tumor cells. The sequences encoding the seFV from the R11 monoclonal
antibody that is specific for an epitope in the membranc proximal Kringle domain of
the orphan tyrosine kinase receptor ROR1 were cloned upstream of Ig(34 hinge only
{short}, 1gG4 hinge/CH3 (intermediate), and IgG4 hinge/CH2/CH3 sequences in our
chimeric receptor library containing the 4-1BB costimulatory domains and prepared
as lentiviral vectors. A). Human CD8" T celis w;are transduced and the iransduction
efficiency with each of the short, intermediate and long chimeric receptors was
determined by staining for the tEGFR marker. B). Transduced T cells expressing the
short (top), intermediate (middle), and long (hottom) were assayed for lysis of K562
leukemia cells alone or transfected to express ROR1. Only the T cells expressing
the long spacer chimeric receptor efficiently kiled ROR1+ K562 cells, C).
Transduced T cells expressing the short (top), intermediate (middle), and long
(bottom) were labeled with CFSE, stimulated with K562 cells expressing ROR1T ot
CD19 (control) and assayed for cell proliferation over 72 hours. The T cells

expressing the long spacer chimeric receptor proliferated specifically to the ROR1+

K562 cells. D). Transduced T cells expressing the short (top), intermediate (middle),

and long {(bottom) were stimulated with Raji lymphoma cells and K562 cells that
expressed ROR1 or CD19 (control) and assayed for the secretion of interferon
gamma into the supernatant over 24 hours. The T cells expressing the long spacer
chimeric receptor proliferated and produced the highest levels of interferon gamma
in response to RORY positive target cells.

Figure 4: Design of ROR1 chimeric receptors with modified spacer
length and derived from the 2A2 and R12 scFV with different affinity, (A)
Design of lentiviral transgene inserts encoding a pane! of RORI chimeric receptors
containing the 2A2 scFV, an IgG4-Fe derived spacer of ‘Hinge-CH2-CH3” (long
spacer, 229 AA), ‘Hinge-CH3" (intermediate, 119 AA), or ‘Hinge’ only (short, 12
AA)Y, and a signaling module with CD3{ and CD28. Each chimeric receptos cassette

contains a truncated EGFR marker encoded downstream of a T2A element. (B)
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Lentiviral transgene inserts encoding ROR1-specific chimeric receptors derived
from the R12 and 2A2 scFV with short IgG4-Fe ‘Hinge’ spacer (12 AA), and a
signaling module containing CD28 or 4-1BB and CD3( respectively (total: 4
constructs).

Figure 5: Anti—tumor reactivity of T-cells modified with ROR]1 chimeric
receptors derived from mADb R12 with higher affinity than 2A2. (A) tEGFR
expression on purified polyclonal CD8" Toy-derived T-cell fines modified with each
of the R12 and 2A2 RORI1 chimeric receptors with short IgG4-Fc ‘Hinge’ spacer,
and CD28 or 4-1BB costimulatory domain. (B) Cytotoxicity against ROR1" and
control target cells by T-cells expressing R12(28- A ; 4-1BB-A) and 2A2 ROR/
chimeric receptors (28-; 4-1BBo) or a tEGFR control veclor (x). (C) Multiplex
cytokine assay of supernatants obtained after 24 hours from co-cultures of 5x10* T-
cells expressing the various ROR1 chimeric receptors with Raji/ROR] tumor cells,
The middle/right bar diagrams show normalized multiplex data from 3 independent
experiments (cytokine release by ROR! chimeric receptor 2A2 = 1) analyzed by
Student’s t-test. (D) Proliferation of ROR1 chimeric receptor T-cells and tEGFR
control T-cells 72 hours after stimulation with Raji/ROR1 cells and without addition
of exogenous cytokines was assessed by CFSE dye dilution, Numbers above each
histogram indicate the number of cell divisions the proliferating subset underwent,
and the fraction of T-cells in each pate that underwent >4/3/2/1 cell divisions is
provided above each plot.

Tigure 6: Analysis of cytokine production and proliferation of CD4" T-
cells lines modified with a ROR1 chimeric receptor derived from mAb RI2
with higher affinity than 2A2. (A-B) The 2A2 and R12 ROR1 chimeric receptors
had the short spacer and a CD28 costimulatory domain. (A) Multiplex cytokine
analysis from supernatants obtained 24 hours after stimulation of 5x10% CD4" T-
cells expressing the 2A2 and R12 ROR1 chimeric receptor with Raji/ROR! tumor
cells. (B) Proliferation of CD4" R12 and 2A2 ROR| chimeric receptor T-cells and
tEGFR control T-cells 72 hours after stimulation with Raji/ROR cells and without
addition of exogenous cytokines was assessed by CFSE dye dilution. Numbers
above each histogram indicate the number of cell divisions the proliferating subset
underwent, and the fraction of T-cells in each gate that underwent >5/4/3/2/1 cell

divisions is provided above the histograms.
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Figure 7: Recognition of primary CLL by T-cells modified with 2A2 and
RI2 ROR1 chimeric receptors with optimal short spacer and 4-1BB
costimulatory domain or with a CD19-specific chimeric receptor. (A)
Expression of ROR1/CD19 on primary CLL, and CD80/86 on primary CLL and
Raji/ROR1 tumor cells (black dot plots) that can engage CD28 on chimeric receptor
T-cells (white histograms). Staining with matched isotype control mAbs is shown as
grey dot plots/histograms. (B) Cytolytic activity of T-cells expressing the 2A2(e)
and R12 ROR] chimeric receptor (m), a CD19-specific chimeric receptor ( A) and
T-cells medified with a tEGFR control vector (x) against primary CLL (left
diagram) and normal B cells (right diagram} analyzed by chromium release assay.
Cytotoxicity data against primary CLL from 4 independent experiments (E:T =
30:1) were normalized (cytolytic activity by RORI chimeric receptor 2A2 = 1) and
analyzed by Student’s t-test (bar diagram). (C) Multiplex cytokine analysis afler a
24-hour stimulation of 5x10* chimeric receptor T-cells with primary CLL cells.
Cytokine release of unstimulated chimeric receptor T-cells was below 3.6 pg/ml
(detection limif) (left bar diagram}, ELISA for IFN-y production by 5x10* 2A2 and
R12 ROR1 chimeric receptor T-cells after a 24-hour co-culture with primary CLL.
Q.D. of 1 cortesponds fo approximately 250 pg/ml (right bar diagram). (D)
Proliferation of CDI8' T-cells modified with the 242 ROR1, R12 ROR! and a CD19
chimeric receptor, 72 hours after stimulation with primary CLL cells. Numbers
above each histogram indicate the number of cell divisions, and the fraction of T-
cells in each gate that underwent >3/2/1 cell divisions is provided next to each plot,

Fignre 8: The fanction of RORI-chimerie recepior and CD19-chimeric
receptor modified CD8" T-cells against primary CLL is augmented by chimeric
receptor-modified CD4" helper T-cells. (A) ELISA for IL-2 production from
triplicaie co-cultures of 5x10% CD8' and CD4' T-cells expressing the R12 ROR1
and CD19-chimeric receptor respectively, incubated with primary CLL for 24-hours.
O.D. of 1 corresponds to approx. 800 pg/ml. {B) Proliferation of chimeric receptor-
modified CD8" T-cells in response to primary CLL is enhanced by addition of
chimeric receptor-modified CD4" T-cells. CFSE-labeled CD8" T-cells expressing
the 2A2 ROR1, R12 ROR! and CD19-chimeric receptor respectively, were co-
cultured with timor cells and with 2A2 ROR1, R12 ROR1 and CD19-chimeric
receptor transduced or control untranduced CD4" T-cells (CDR™:CD4" = 1:1),

9



10

15

20

25

30

Proliferation of the CD8" subset was analyzed 72 hours after stimulation. Numbers
above each histogram indicate the number of cell divigions, and the fraction of T-
cells in each gate that underwent >3/2/1 cell divisions is provided above each plot.

Figure 9: In vive anti-tumor efficacy of 242 ROR1, R12Z ROR1 and
CD19 chimeric receptor T-cells, Cohorts of mice were inoculated with 0.5x10°
JeKo-1/ffluc MCL via tail vein injection, and 5x10° 2A2 ROR1, R12 ROR1 or
CD19 chimeric receptor T-cells, or T-cells expressing a tEGFR control vector were
administered 7 days after tumor inoculation. All chimeric receptor constructs had the
short IgG4 ‘Hinge-only” spacer and a 4-1BB costimulatory domain. (A, B) Serial
bioluminescence imaging of tamor in cohorts of mice treated with T-cells expressing
the 2A2 ROR1 chimeric receptor { F), the high affinity R12 ROR1 chimeric
receptor (&), a CD19-specific chimeric receptor (A), with T-cells transduced with
tEGFR alone (®), and untreated mice. Bioluminescence imaging showed tumor
manifestations in the bone marrow and thorax and thus, signal intensity was
measured in regions of interest that encompassed the entire body and thorax of each
mdividual mouse. (C) Kaplan-Meier analysis of survival in individual treatment and
contro] groups. Statistical analyses were performed using the log-rank test. The data
shown in A-C are representative of results obtained in 2 independent experiments.
(D) Proliferation of 2A2 R(}RE , R12 ROR1 and CD19 chimeric receptor T-cells in
vivo. Tumor bearing NSG/JeKo-1 mice received a single dose of 5x10° CFSE-
labeled 2A2 ROR1, R12 ROR1 or CD19 chimeric receptor T-cells on day 7 after
tumor inoculation, and 72 h later peripheral blood, bone marrow and spleen were
collected from each individual mouse. The frequency and proliferation of live (PT),
CD45" CD8" tEGFR" T-cells was analyzed. The frequency of 2A2 ROR1, R12
ROR1 and CD19 chimeric receptor T-cells respectively is provided on the left of
each histogram as percentage of live cells, and the fraction of T-cells that underwent
>4/3/2/1 cell divisions is provided above each plot.

Figure 10 Expression of ROR1 and NKG2D Kgands on epithelial cancer
ceil lines. (A) Expression of ROR1 on the triple negative breast cancer cell lines
MDA-MB-231 and 468, and the renal cell cancer lines FARP, TREP and RWL
{black histograms). Staining with matched isotype control antibody is shown as grey
histograms. {B} Expression of CD80/86 and the NKG2D ligands MICA/B on MDA-
MB-231 and Raji/ROR1 tumor cells, and NKG2D (CD3 14) on 2A2 and R12 ROR1-
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chimeric receptor T-cells. Staining with matched isotype control mAbs is shown as
grey dot plots/histograms. ‘

Figure 11: ROR1-chimeric receptor modified T-cells recognize ROR1"
epithelial tumor cells in vifro. (A) Chromium release assay to evaluate the
cytolytic activity of R12 ROR1-chimeric receptor modified T-cells (short spaces/4-
1BB costimulatory domain, closed symbols) and tEGFR conirol T-cells {open
symbols) against ROR1™ breast cancer and renal cell cancer lines. {A-D) The 2A2
and R12 ROR1-chimeric receptors had the optimal short spacer and a 4-1BB
costimulatory domain, (B) Multiplex cytokine analysis after stimulation of T-cells
expressing the 2A2 and R12 ROR1-chimeric receptor with MDA-MB-231 and
Raji/ROR1 tumor cells, (C) Proliferation of CD8" T-cells modified with the 2A2 and
R12 ROR1-chimeric receptor 72 hours after stimujation with MDA-MB-231 tumor
cells. For analysis, triplicate wells were pooled and the proliferation of live (P1),
e T-cells analyzed. Numbers above each histogram indicate the number of cell
divisions the proliferating subset underwent, and the fraction of T-cells in each gate
that underwent 24/3/2/1 cell divisions is provided next to each histogram. (D)
ELISA for IL-2 production by R12 ROR1-chimeric receptor T-cells after a 24-hour
co-culture with MDA-MB-231 in plain medimm, and after addition of an antibody
cocktail blocking of the NKG2ZD pathway [anti-NKG2D (clone 1D11), anti-MICA/B
{clone 6D4) and anti-ULBP] or matched isotype control mAbs. O.D. of 0.6
corresponds o approximately 1900 pg/ml.

Figure 12. Effect of extracellular spacer length on recognition and
triggering of tumor cell kysis by CD8+ buman T cells that express a HER2-
speeific chimeric receptor. A.) Depiction of Herceptin Fab epitope location on
tumeor cell membrane proximal epitope on human HER2, B.) Structural formats of
Herceptin scFv CAR spacer length variants as ~T2A- linked polypeptides with the
carboxyl EGFRt marker transmembrane protein, C.) Western blot detection of short,
medivm, and long spacer Herceptin-CAR variant expression in human CD81 CTL’s,
D.) Flow cytometric detection of EGER® by fransduced human CD8+ CTL’s
transduced with Herceptin CAR variants then immunomagnetically purified by
Herceptin-biotin, anti-biotin microbeads, E.) Distinct cytolytic function by T cells
transduced to express the Herceptin CAR variants (short — S; medium — M; and long
— L) against HER2" Med411FH and D283 human medulloblastoma cell lines (D341
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is a HER2 control medulloblastoma cell line, inset flow plots are tumor target lines
stained with anti-HER2 specific mAb). Green=full IgG4 (Long Spacer, ¥),
Blue=IgG4hinge:CH3(Medium Spacer; &), Red=IgG4hinge only (Short Spacer;=).

Figure 13: CD19-chimeric receptor vectors and generation of CD19-
chimeric receplor T cells,

(A) Design of lentiviral fransgene inserts encoding a panel of CD19-specific
chimeric receptors that differ in extracellular spacer length and intracellular co-
stimulation. Bach chimeric receptor encoded the CD19-specific single chain variable
fragment derived from the FMC63 mAb in a VL-VH orientation, an IgG4-derived
spacer domain of Hinge-CH2-CH3 (Jong spacer, 229 AA) or Hinge only (short
spacer, 12 AA), and a signaling moduie containing CD3{ with CD28 or 4-1BB aone
of in tandem. Each chimeric receptor cassette contains a truncated EGFR marker
encoded downstream of a cleavable 2A element. (B, C) Polyclonal T cell lines
modified with each of the CD19-chimeric receptor constructs were prepared from
purified CD$™ CDASRO" CD62L" central memory T cells {Tay) of normal donors.
Following lentiviral transduction, fransgene-positive T cells in each cell line were
purified using the tEGFR marker and expanded for in vitre and in vivo experiments.
(D) MFI after staining for the tEGFR marker shows equivalent transgene cxpression
in T cells modified with each of the CD19-chimeric receptors.

Figure 14: In vitro eytotoxicity, cytokine production, and proliferation
of T cells modified with distinct CD19-chimerie receptors. (A) Cytolytic activity
of T cells expressing the various CD19-chimeric receptors against CD19" and
control target cells. (B) Multiplex cytokine assay of supernatants obtained after 24
hours from triplicate co-cultures of T cells expressing the various CD19-chimeric
receptors and K562 cells transfected with CD19, and CDI19" Raji cells. {C)
Comparison of cytokine production by T cells expressing the various CD19-
chimeric receptors. Multiplex cytokine data from 6 independent experiments were
normalized (cytokine release by CD19-chimeric receptor ‘shost/CD28’ CTL = 1)
and analyzed by Student’s t-test. (B) CFSE dye dilution was used to measure
proliferation of CDI9-chimeric receptor T cells 72 hours after stimulation with
K562/CD19 (upper panel) and CD19" Raji tumor cells (lower panel} without
addition of exogenous cytokines. For analysis, triplicate wells were pooled and the
proliferation of live (PT7), CD8" T cells analyzed. Numbers above each histogram
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indicate the number of cell divisions the proliferating subset underwent, and the
fraction of T cells in each gate that underwent >4/3/2/1 cell divisions is provided in
the upper lefl of each plot. (E) PI staining was performed at the end of a 72-hour co-
culture of T cells expressing the various CD19-chimeric receptors with Raji tumor
cells. The percentage of PT" cells within in chimeric receptor T cell line (CD3™) is
provided in cach hisfogram.

Figure 15; CD19-chimeric receptor T cells with a short extracellular
spacer domain eradicate Raji tumors in NOD/SCID mice. (A) Cohoris of mice
wete ihocnlated with Raji-ffluc via tail vein igjection, and T cells {ransduced with
CD19-chimeric receptors containing long and short spacer domains or with tEGFR
alone were administered 2 and 9 days after tumor {noculation by tail vein injection.
Tumor progression and distribution was evaluated by serial bichiminescence
imaging after injection of luciferin substrate. (B) Serial bioluminescence imaging of
tumor in coborts of mice either treated with T cells expressing CD19-chimeric
receptors with short spacer (“short/CD28° and ‘short/4-1BB’) and long spacer
(‘long/CD28 and “long/4-1BB’) domains, with T cells transduced with the tEGFR
control vector, or untreated. Each diagram representing cohoris of mice treated with
CD19-chimeric receptor or tEGFR transduced T cells also shows the mean of turmor
progression in untreated mice for comparison (red triangles). (C) Kaplan-Meier
analyses of survival of untreated mice and mice treated with T cells expressing
CD19-chimeric receptors with short spacer (‘short/CD28” and ‘short/4-1BB’}, long
épaccr (Clong/CD28’ and “long/4-1BB’Y domains, and with control tEGFR,
Statistical analyses were performed using the log-rank test. The data shown in B and
C are representative of results obtained in 3 independent experiments.

Figure 16: CD19-chimeric receptor T cells with a short spacer (short/4-
1BB) eradicate established Raji tumors in NSG mice in a dose-dependent
manner. (Aj Mice were inoculated with Raji-ffluc via tail vein mjection and tumor
engraftment confirmed by bicluminescence imaging on day 6. On day 7, mice
received a single i.v. injection of various doses of T cells transduced with the CD19-
chimeric receptor ‘short/4-18B° or with the tEGFR-control lentivirus, (B, C) Dose
dependent anti-tumor efficacy of T cells expressing the CD19-chimeric receptor
‘short/4-1BB’. A control cohort of mice received a single high dose of T cells

modifted with tEGFR alone, (D) Persistence of CD19-chimeric receptor T cells
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following adoptive transfer into NSG/Raji mice. Flow cyfometric analysis of
peripheral blood (eye bleeds) in the cohort of mice treated with 2.5x10° CD19-
chimeric receptor ‘short/4-1BB’ T cells. The frequency of CD8" BGFR™T cells is
shown as percentage of live peripheral blood ceils.

Figure 17: T cells expressing CD19-chimeric receptors with a short
spacer and either CD28 or 4-1BB are more effective against established
lymphoma than those expressing CD19-chimeric receptors with a long spacer,
{A) NSG mice were inoculated with Raji-ffluc on day 0, and treated on day 7 with
one dose of 2.5x10° CD19 chimeric receptor T cells expressing short or long spacer
and either CD28 or 4-1BB costimulalory domain. (B) Kaplan-Meier analyses of
survival of mice in each of the treatment groups. Statistical analyses were performed
using the log-rank test. (C) Bioluminescence imaging of cohorts of mice treated with
T cells expressing CD19-chimeric receptors with short spacers (*short/CD28" and
‘short/4-1BB’), and long spacers (‘long/CD28 and ‘long/4-1BB’). The mean tumor
burden observed in untreated mice at each time point is shown in each diagram for
comparison (triangles). (D) In vive persistence of T cells expressing CD19-chimeric
receptor with short spacer domain is enhanced compared to T cells expressing
CD19-chimeric receplors with long spacer domain. The frequency of CD§' tEGFR*
T cells in the peripheral blood obtained at day 3 and 10 after transfer was determined
by flow cytometry and is shown as percentage of live (PI) peripheral blood cells.
Statistical analyses were performed by Stadent’s t-test. The data shown in B-D are
representative for results obtained in 3 independent experiments.

Figare 18: Increasing chimeric receptor T cell dose or angmenting
costimulatory signaling does not improve the anti-tumor efficacy of CD19-
chimeric receptors with a long spacer domain against established Jymphoma.
(A) Cytolytic activity of T cells expressing ‘long/CD28”, ‘long/4-1BB’ and
‘long/CD28 4-1BB’ CD19 chimeric receptors against CD19” and contro} target
cells. (B} Multiplex cytokine assay of supernatant obtained after 24 hours from
triplicate co-cultures of K562/CD19 and Raji tumor cells with T cells expressing the
various CD19-chimeric receptors, (C) Evaluation of proliferation of CD19-chimeric
receptor T cells 72 hours after stimulation with CD19" tumor cells (K562/CD19 —
left panel; Raji — right panel) by CFSE dye dilution. For analysis, triplicate wells
were pooled and the proliferation of live (P¥) CD8" T cells analyzed. Numbers
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above each histogram indicate the number of cell divisions the proliferating subset
underwent, and the fraction of T cells in each gaie that underwent >4/3/2/1 cell
divisions is provided in the upper left of each plot. (D) Kaplan-Meier analyses of
survival of mice treated with T cells expressing CD19-chimeric receptors with short
(‘short/CD28") and long spacer domain (‘long/CD28’ and ‘long/CD28_4-1BB*), or
T cells modified with a tfEGFR-encoding control lentiviral vector. Statistical
analyses were performed using the log-rank test. {E) Bioluminescence imaging of
cohorts of mice treated with T cells expressing CD19-chimeric receptors with short
spacer (‘short/CD28”), and long spacers (‘long/CD28 and ‘long/CD28_4-1BB”).
Diagrams show mean tumor progression in untreated mice for comparison {red
triangles). {F} In vivo persistence of T cells expressing the various CD19-chimeric
receptors. The frequency of CD8" tEGFR" T cells in the peripheral blood obtained at
day 3 and 10 after transfer was determined by flow cytometry and is shown as
percentage of live (PT7) peripheral blood cells. Statistical analyses were performed
by Student’s i-test,

Figure 19: CD19-chimeric receptor T cells with 2 long spacer domain
are activated by tumer in vivo but fail to increase in celf number. (4)
Expression of CD69 and CD25 on T cells modified with each CD19-chimeric
receptor prior to transfer into NSG/Raji mice. (B) Cohorts of mice were inoculated
with Raji-ffluc tumor cells and 7 days later received CFSE-labeled CD19-chimeric
receptor transduced or control T cells. Bone marrow and spleens were harvested
from subgroups of mice 24 and 72 hours after T cell administration. (C, D)
Muliparameter flow cytometric analysis of bone marrow mononuclear cells
obtained 24 hours (C) and 72 hours (D) after T cell transfer. Dot plots show anti
CD3 and anti CD45 staining after gating on Pl cells to detect viable human T cells.
The CD3" CD45" gate contains Raji tumor cells. Expression of CD25 and CD69 on
live (PT) CD3* CD45* T eells is shown in the histograms. (E) Frequency of CD3"
CDA45" T cells in spleens obtained 24 and 72 hours after T cell transfer. Dot plots are
gated on live PT splenocytes and the percentage of CD3" CD45" T cells is shown in
each plot. (F) PI staining of bone marrow and splenocytes hours after T cell transfer
into NSG/Raji mice. The numbers in the histograms indicate the percentage of PI”
cells within the CD3" population. (G) Bioluminescence imaging of cohorts of mice
treated with T cells expressing CI19-chimeric receptors with short spacer
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(‘short/CD28’ and ‘short/4-1BB”), long spacers (*fong/CD28 and ‘long/4-1BB™, or
control T cells.

Figure 20: T cells expressing CD19 chimeric receptors with 4-1BB and
CD3zets and a modified IgG4-Fe hinge exhibit superior in vitro and in vivo fanction
compared to T cells expressing CD19 chimeric receptors with 4-1BB and CD3zeta and
a CD8 alpha Hinge.A. Cytolytic activity of CD19 chimeric receptor modified T-cells with
IgG4 Fo hinge, CD8 alpha hinge and control T cells against Cr*'-labeled K562 cells
transfected with CD19, Raji lymphoma cells that express CD19, and K562 confrol T cells.
Lysis is shown at different B/T ratios in a 4 hour Cr*’ release assay. B. Interferon gamma
production. by 5x10° T cells expressing a CD19 chimeric receptor with an 1gG4 Fe hinge or
CD8 alpha hinge after 2 24-hour coculture with Raji tumor cells. O.D. of T corresponds fo
~500 pp/ml of interferon gamma. C. CFSE dye dilution assay to measure profiferation of T
cells expressing a CI} 9 chimeric receptor with an JgG4 Fo hinge or CDS alpha hinge and T
cells that express tEGFR alone (control) after 72 hours coculture with CD19 positive Raji
Iymphoma cells. Numbers above cach histogram indicate the number of cell divisions the
proliferating cell subset underwent. The fraction of T cells in each gate that underwent
>3/2/1 cell divisions is provided next to the plot. D. In vivo antitumor activity of T cells
expressing a CD19 chimeric receptor with an IgG4 Fe hinge (group 1) or CD8 alpha hinge
{group 2} and T cells that express tEGFR alone (group 3) in NSG mice inoculated with Raji
tumor cells expressing firefly tuciferase ({fluc). Mice were imaged 17 days afler tumor
inoculation and 10 days after T cell inoculation. The data shows greater tumor burden in
mice treated with control tEGFR T cells {(group 3) or with CD19 chimeric receptor CD$
alpha hinge T cells {group 2} compared with mice treated with CD19 chimeric receptor

IgG4 Fe hinge T cells (group 1),

Detailed Description

Unless defined otherwise, all technical and scientific terms used herein have
the same meaning as comunonly understood by one of ordinary skill in the art to
which the invention pertains.

“About” as used herein when referring to a measurable value is meant to
encompass variations of £20% or £10%, more preferably £5%, even more
preferably +1%, and still more preferably £0.1 % from the specitied value,

" Activation”, as used herein, refers 1o the state of a T cell that has been

sufficiently stimulated to induce detectable cellular proliferation, cytokine
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production or expression of cell surface markers sach as CD69 and CD25, or
detectable effector functions.

“Activation Induced cell death” as used herein refers to a state of a T cell that
is activated but is not able to proliferate for more than 2 generations and exhibits
markers of apoptosis.

"Auntigen” or "Ag" as used herein refers to a molecule that provokes an
immune response. This immune response may involve either antibody production, or
the activation of specific immunologically-compeient cells, or both, Tt is readily
apparent that an antigen can be generated synthesized, produced recombinantly or
can be derived from a biological sample. Such a biological sample can include, but
is not limited to a tissue sample, a tumor sample, a cell or a biological fluid.

" Anti-tumor effect” as used herein, refers to a biological effect, which caa be
manifested by a decrease in tumor volume, a decrease in the number of tumor cells,
a decrease in the number of metastases, an increase in life expectancy, or a decrease
of various physiological symptoms associated with the cancercus condition. An
"apti-tumor effect” can also be manifested by a decrease in recurrence or an increase
in the time before recuurence. .

“Chimeric receptor” as used herein refers 1o a synthetically designed receplor
comprising a Hgand binding domain of an antibody or other protein sequence that
binds to a molecule agsociated with the disease or disorder and is linked via a spacer
domain to one ore more intracellular signaling domains of a T cell or other
receptors, such as a costimulatory domain,

"Co-stimulatory domain,” as the term is used herein refers to a signaling
moiety that provides to T cells a signal which, in addition to the primary signal
provided by for instance the CD3 zeta chain of the TCR/CD3 complex, mediates a T
cell response, including, but not limited to, activation, proliferation, differentiation,
cytokine secretion, and the like. A co-stimulatory domain can include all or a portion
of, but is not limited to, CD27, CD28, 4-1BB, OX40, CD30, CD40, , ICOS,
lymphocyte function-associated antigen-] (LFA-D, CD2, CD7, LIGHT, NKG2C,
B7-H3, and a ligand that specifically binds with CD83. In embodiments, the co-
stimulatory domain is an infracellular signaling domain that interacts with other
intracellular mediators fo mediate a cell response including activation, proliferation,

differentiation and cytokine secretion, and the like.
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"Coding for" are used herein refers to the property of specific sequences of
nucleotides in a polynucleotide, such as a gene, a cDNA, or an mRNA, to serve as
templates for synthesis of other macromolecules such as a defined sequence of
amino acids. Thus, a gene codes for a protein if transcription and translation of
mRNA corresponding to that gene produces the protein in a cell or other biological
system. A "nucleic acid sequence coding for a polypeptide” includes all nucleotide
sequences that are degenerate versions of each other and that code for the same
amino acid sequence.

“Cytotoxic T lymphocyte “(CTL) as used herein refers o a T lymphocyle
that expresses CD8 on the surface thereof (i.e., a CD8 T cell). In some
embodiments such cells are preferably "memory" T cells (TM cells) that are antigen-
experienced.

"Central memory" T cell (or "Ton") as used herein refers to an antigen
experienced CTL that expresses CD62ZL or CCR-7 and CD45RO on the surface
thereof, and does not express or has decreased expression of CD45RA as compared
to paive cells. In embodiments, central memory cells are positive for expression of
CD62L, CCR7, CD28, CD127, CD4SRO, and CDYS5, and have decreased expression
of CD54RA as compared to naive cells,

UEffector memory” T call (or "Try'") as used herein refers to an antigen
experienced T cell that does not express or has decreased expression of CD62L on
the surface thereof as compared to central memory cefls, and does not express or has
decreased expression of CD45RA as compared to naive cell. In embodiments,
effector memory cells are negative for expression of CD62L andCCR7, compared
to naive cells or central memory cells, and have variable expression of CD28 and
CD45RA.

“Naive “ T cells as used herein refers to a non antigen experienced T
tymphocyte that expresses CD62L and CDASRA, and does not express CD45RO- as
compared to central or effector memory cells. Tn some embodiments, naive CD8+ T
lymphocytes are characterized by the expression of phenotypic markers of naive T
cells includiig CD62L, CCR7, CD28, CD127, and CD45RA.

“Effector “ “Tr” T cells as used herein refers to a antigen experienced
cytotoxic T lymphocyte cells that do not express or have decreased expression of

CD62L, CCR.’/’, CD28, and are positive for granzyme B and perforin as compared to
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central memory or naive T celis.

"Enriched" and "depleted” as used herein to describe amounts of cell types in
a mixture refers to the subjecting of the mixture of the cells to a process or step
which results in an increase in the number of the "enriched" type and a decrease in
the number of the "depleted” cells. Thus, depending upon the source of the original
population of cells subjected to the enriching process, a mixture or composition may
contain about 60, 70, 83, 90, 95, or 9% percent or more (in number or count) of the
*enriched” cells and about 40, 30, 20, 10, 5 or 1 percent or less (in number or count)
of the "depleted"” cells,

“Epitope” as used herein refers to a part of an antigen or molecule that is
.recognized by the immune system including antibodies, T cells, and/ or B cells.
Epitopes usually have at least 7 amino acids and can be Hinear or conformational,

"Tsolated,” when used to describe the various polypeptides disclosed herein,
means polypeptide or nucleic acid that has been identified and separated and/or
recovered from a component of its natural environment. Preferably, the isolated
polypeptide or nucleic acid is free of association with all components with which it
is naturally associated. Contaminant components of its natwral environment are
materials that would typically interfere with diagnostic or therapeutic uses for the
polypeptide or nucleic acid, and may include enzymes, hormones, and other
proteinaceous or non-proteinaceocus solutes.

“Intracellular signaling domain™ as used herein refers to alf or a portion of
one or more domains of a molecule (here the chimeric receptor molecule) that
provides for activation of a lymphocyte. Intracellular domains of such molecules
mediate a signal by inferacting with cellular mediators to result in proliferation,
differentiation, activation and other effector functions. In embodiments, such
molecules include all or portions of CD28, CD3, 4-1BB, and combinations thereof.

“Ligand” as used herein refers to a substance that binds specifically to
another substance to form a complex. Example of ligands include epitopes on
antigens, molecules that bind to receptors, substrates, inhibitors, hormones, and
activators. “Ligand binding domain® as used herein refers to substance or portion of
a substance that binds to a ligand. Examples of ligand binding domains inciude
antigen binding portions of antibodies, extracellular domains of receptors, and active

sites of enzymes.
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"Operably linked” as used herein refers to functional linkage between a
regulatory sequence and a heterologous nucleic acid sequence sesulting in
expression of the latter. For example, a first nucleic acid sequence is operably linked
with a second nucleic acid sequence when the first nucleic acid sequence is placed in
a functional relationship with the second nucleic acid sequence. For instance, a
promoter is operably linked to a coding sequence if the promoter affects the
transcription or expression of the coding sequence. Generally, operably linked DNA
sequences are contignous and, where necessary to join two protein coding regions,
in the same reading (rame.

"Percent (%) amino acid sequence identity* with respect to the chimeric
receptor polypeptide sequences identified herein is defined as the percentage of
amino acid residues in a candidate sequence that are identical with the amino acid
residues in the reference sequence for each of the ligand binding domain, spacer,
transmembrane domain, and/or the lymphoeyte activating domain, after aligning the
sequences and infroducing gaps, if necessary, to achieve the maximum percent
sequence identity, and not considering any conservative subsiitutions as part of the
sequence identity. Alignment for purposes of determining percent amino acid
sequence identity can be achieved in various ways that are within the skill in the art,
for instance, using publicly available computer software such as BLAST, BLAST-2,
ALIGN, ALIGN-2 or Megalign (DNASTAR) software. Those skilled in the art can
determine appropriate parameters fér measuring alignment, including any algorithms
needed to achieve maximal alignment over the full-length of the sequences being
compared. For example, % amino acid sequence identity values gencrated using the
WU-BLAST-2 computer program [Altschul et al., Methods in Enzymology,
266:460-480 (1996)] uses several search parameters, most of which are set to the
default values. Those that are not set to defaclt values (i.e., the adjustable
parameters) are set with the following values: overlap span=1, overlap
fraction=0.125, word threshold (Ty=11 and scoring matrix=BLOSUMG2. A %
amino acid sequence identity value is determined by dividing (2) the number of
matching identical amino acid ‘residues between the each or all of the polypeptide
amino acid sequence of the reference chimeric receptor sequence provided in Table

2 and the comparison amino acid sequence of interest as defermined by Wi~
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BLAST-2 by (b) the total number of amino acid residues of the polypeptide of
interest.

"Chimeric receptor variant polynucleotide” or "chimeric receptor variant
nueleic écid sequence” as used herein refers to a polypeptide-encoding nucleic acid
molecule as defined below having at least about 80% nucleic acid sequence identity
with the polynucleotide acid sequence shown in Table 1 or a specifically derived
fragment thereof] such as polynucleotide coding for an antigen binding domain, a
polynucleotide encoding a spacer domain, a polynucleotide coding fora
transmembrane domain and/ or a polynucleotide coding for a lymphocyte
stimulatory domain. Ordinarily, a chimeric receptor variant of polynucleotide or
fragment thereof will have at least about 80% nucleic acid sequence identity, more
preferably at least about 81% nucleic acid sequence identity, more preferably at least
about 82% nucleic acid sequence identity, more preferably at least about 83%
nucleic acid sequence identity, more preferably at least about 84% nucleic acid
sequence identity, more preferably at least about 85% nucleic acid seguence identity,
more preferably at least about 86% nucleic acid sequence identity, more preferably
at least about 87% nucleic acid sequence identity, more preferably at least about
88% nucleic acid sequence identity, more preferably at least about 89% nucleic acid
sequence identity, more preferably at least about 90% nucleic acid sequence identity,
more preferably at least about 91% nucleic acid sequence identity, more preferably
at least about 92% nucleic acid sequence identity, more preferably at least about
93% nueleic acid sequence identity, more preferably at least about 94% nucleic acid
sequence identity, more preferably at least about 95% nucleic acid sequence identity,
more preferably at least about 96% nucleic acid sequence identity, more preferably
at least about 97% nucleic acid sequence identity, more preferably at least about
98% mucleic acid sequence identity and yet more preferably at least about 99%
nucleic acid sequence identity with the nucleic acid sequence as shown in Table or a
derived fragment thereof. Variants do not encompass the native nucleotide sequence.
In this regard, due to the degeneracy of the genetic code, one of ordinary skill in the
art will immediately recognize that a large number of chimeric receptor variant
polynucleotides having at least about 80% nucleic acid sequence identity to the
nucleotide sequence of Table | will encode a polypeptide having an amino acid

sequence which is identical to the amino acid sequence of Table 2.
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*Substantially purified” refers to a molecule that is essentially free of other
molecule types or a cell that is essentially free of other cell types. A substantially
purified cell also refers to a cell, which has been separated from other cell types with
which it is normally associated in its naturally ocourring state. In some instances, a
population of substantially purified cells refers to a homogenous population of cells.

“Not substantially found” when uvsed in reference the presence of a tumor
antigen or other molecules on normal cells refers to the percentage of a normal cell
type that has the antigen or molecule, and / or the density of the antigen on the cells.
In embodirments, not substantially found means that the antigen or molecule is found
on less than 50% of normal cell type and/or at a 50% less density as compared to the
amount of cells or anfigen found on a tumor cell or other diseased cell.

"T cells" or "T lymphocytes” as used herein may be from any mammalian,
preferably primate, species, including monkeys, dogs, and humans. In some
embodiments the T cells are allogeneic (from the same species but different donot)
as the recipient subject; in some embodiments the T cells are autologows (the donor
and the recipient are the same); in some embodiments the T cells arc syngeneic (the
donor and the recipients are different but are identical twins).

Modes of the Disclosure

The disclosure provides for chimeric receptor nucleic acids, and vectors
and host cells including such nucleic acids. The chimeric receptor pucleie acid
comprises a number of modular components that can be excised and replaced
with other components in order to customize the chimeric receptor for a specific
target molecule. The disclosure provides that one of the modular components is
the spacer component. It bas been surprisingly found that the length of the spacer
region that is presumed not to have signaling capability affects the in vivo
efficacy of the T cells modified to express the chimeric receptor and needs to be
customized for individual target molecules for enhanced therapeutic activity.

in one aspect, methods and nucleic acid constructs are provided to design
a chimeric receptor that has improved tumor recognition, increased T cell
proliferation and/or cytokine production in response to the ligand as compared to
a reference chimeric receptor. 1n embodiments, a library of nucleic acids is
provided, wherein each nucleic acid codes for a spacer region that differs from

the others in sequence and length. Each of the nucleic acids can then be used to

22



10

15

20

25

30

form a chimeric receptor nucleic acid construct that can be tested in vivo {in an
animal model} and/or in vitro so that a spacer can be selected that provides for
mmproved tumor recognition, increased T cell proliferation and/or cytokine
production in response to the ligand.

In embodiments, a chimeric receptor nucleic acid comprises a
polynucleotide cading for a ligand binding domain, wherein the ligand is a tumor
or viral specific antigen or molecule, a polynucleotide coding for a customized
polypeptide spacer, wherein the spacer provides for enhanced T cell proliferation;
a polynucleotide coding for a transmembrane domain; and a polynucleotide
coding for one or more intraceliular signaling domains. In embodiments, a long
spacer is employed if the epitope of the target molecule is membrane proximal on
the target cell and a short spacer is employed if the epitope of the target molecule
is membrane distal on the target cell.

The design of a chimeric receptor can be customized depending on the
type of tumor or virus, the target antigen or molecule present on the tumor, the
affinity of the antibody for the target molecule, the flexibility needed for the
antigen binding domain, and/or the intracellular signaling domain, In .
embodiments, a number of chimeric receptor constructs are tested in vitro and in
in vivo models to determine the ability of T cells modified with the receptor to
kill tumor cells in immunodeficient mice and to proliferate and persist after
adoptive transfer. In embodiments, a chimeric receptor is selected that provides
for capahility of at least 30% of the cells to proliferate through at least two
generations in vitro and/or within 72 hours after introduction in vive. In
embodiments, a chimeric receptor is not selected that results in greater than 50%
of the cells undergoing activation induced cell death (ATCD) within 72 hours in
vive in immuneodeficient mice, and fails to eradicate tumor cells.

Depending on whether the target molecule is present on a subject’s tumor
cells, the chimeric receptor includes a ligand binding domain that specifically binds
to that target molecule. In embodiments, a subject’s tumor cells are characterized for
cell surface tumor molecules. The target molecule may be selected based on a
determination of its presence on a particular subject’s tumor cells. In embodiments,
a target molecule is selected that is a cell surface molecule found predominantly on

tumor cells and not found on normal tissues to any substantial degree. In
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embodiments, an antibody is selected 1o bind to an epitope on the targeted cell
surface molecule. In some cases, the epitope is characterized with respect to its
proximity to the cell membrane. An epitope is characterized as proximal to the
membrane when it is predicted or known by structural analysis to reside closer to the
target cell membrane than alternative epitopes that are predicted or known by
structural analysis to reside a greater distance from the target cell membrane. In
embodiments, the affinity of the antibody from which the scFV is constructed is
compated by binding assays, and antibodies with different affinities are examined in
chimeric receptor formats expressed in T cells to determine which affinity confers
optimal tumor recognition, based on superior cytotoxicity of target cells, and/or T
cell eytokine production énd proliferation.

In addition, the spacer region of the chimeric receptor may be varied to
optimize T cell recognition of the ligand on the target cell. In embodiments, when an
antibody binds to an epitope on the target cell that is very proximal fo the
membrane, a spacer is sclected that is longer than about 15 amino acids. For
example, in embodiments, if the epitope or portion thereof on the target antigen is in
the first 100 amino acids of the Jinear sequence of the extracellular domain adjacent
to the transmembrane domain, a long spacer region may be selected. In
embodiments, when an antibody binds 1o an epitope on the target cell that is distal to
the membrane, a spacer is selected that is about 119 or 15 amino acids or less. For
example, in embodiments, when the epitope or portion thereof is found in the 150
amino acids of the linear sequence of the extracellular domain from the terminus, a
short or inetermediate spacer may be utilized. In embodiments, a spacer comprises
an amino acid sequence X PPX,P,

A variety of combinations of primary and costimulatory infracellular
signaling domain may be employed to enhance the in vive efficacy of the chimeric
receptor, In embodiments, different constructs of the chimeric receptor can be tested
in an in vivo animal model to determine efficacy for tumor killing. In embodiments,
a costimulatory intracellular signaling domain is selected from the group consisting
of CD28 and modified versions thereof, 4-1BB and modified versions thereof and
combinations thereof. Other costimulatory domains, such as OX40 may be

incorporated.
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CD8+ central memory T cells have an intrinsic programming that allows
them to persist for extended periods after administration, which makes them a
preferred subset of CD8+ T eells for immumnotherapy. In embodiments, CD19
specific chimeric receptor modified cytotoxic T cells prepared from sort purified
CD8&+ central memory T cells are administered in the presence or absence of CD4+
CD19 specific chimeric receptor -modified T cells. In embodiments, tumor-specific
CD4+ T cells exert anti-tmmor reactivity and provide help 1o tumor-specific CD8+ T
cells in vitro and in vivo. In a specific embodiment, tumor-specific CD4+ T cells or
CDA" T cells selected from the naive or the central memory subsets are utilized
alone or in combination with CDE8" Towm.

Nuclefc Acids, Vectors, and polypeptides

The disclosure provides a chimeric receptor nucleic acid useful for
transforming or transducing lymphocytes for use in adoptive immunotherapy. In
embodiments, the nucleic acid contains a number of modular components that
provide for easy substitution of elements of the nucleic acid. While not meant to
limit the scope of the disclosure, it is believed that the chimeric receptor for each
tumor antigen is desirably customized in terms of components in order to provide for
in vivo efficacy and efficient expression in mammalian cells. For example, in a
specific embodiment, for efficacy of a chimeric receptor comprising a scFV that
binds to a ROR1 epitope located in the membrane distal Ig/Frizzied domain, a
spacer that is about 15 amino acids or less is employed. In another specific
embodiment, for efficacy of a chimeric receptor comprising a scFV that binds {0 a
ROR1 epitope located in the membrane proximal Kringle domain, a spacer that is
longer than 15 amino acids is employed. In another embodiment, for efficacy of a
chimeric receptor comprising a scFV that binds to CD19, a spacer that is 15 amino
acids or less is employed.

In embodiments, an isolated chimetic receptor micleic acid comprises a
polynucleotide coding for a ligand binding domain, wherein the target molecule is a
tumor specific antigen, a polynucleotide coding for a polypeptide spacer wherein the
polypeptide spacer is about 229 amino acids or less; a polynucleotide coding for a
transmembrane domain; and a polynucleotide coding for an intracellular signaling

domain. In embodiments, an expression vector comprises a chimeric nucleic acid as
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described herein. Polypeptides encoded by all of or a portion of the chimeric
receptor nucleic acids are also included herein.
Ligand binding domain

In embodiments, the chimeric receptor nucleic acid comprises a
polynucleotide coding for a ligand binding domain. In embodiments, the ligand
binding domain specifically binds to a tumor or viral specific antigen. In
embodiments, the ligand binding domain is an antibody or fragment thereof, A
nucleic acid sequence coding for an antibody or aatibody fragment can readily be
determined. In a specific embodiment, the polynucleotide codes for a single chain
Fv that specifically binds CD19. In other specific embodiments, the polynucleotide
codes for a single chain Fv that specifically binds ROR1. The sequences of these
antibodies are known to or can readily be determined by those of skill in the art.

Tumor antigens are proteins that are produced by tumor cells that elicit an
immune response. The selection of the ligand binding domain of the invention will
depend on the type of cancer to be treated, and may target tumor antigens or other
tumor cell surface molecules. A tumor sample from a subject may be characterized
for the presence of certain biomarkers or cell surface markers. For example, breast
cancer cells from a subject may be positive or negative for each of Her2Neu,
Estrogen receptor, and/or the Progesterone receptor. A tumor antigen or cell surface
molecule is selected that is found on the individual subject’s tumor cells. Tumor
antigens and cell surface molecules are well known in the art and inclhude, for
example, carcinoembryonic antigen {CEA), prostate specific antigen, PSMA,
Her2/neu, estrogen receptor, progesterone receptor, ephrinB2, CD19, CD20, CD22,
CD23, CD123, CS-1, ROR1, mesothelin, c-Met, GD-2, and MAGE A3 TCR. In
embodiments a target molecule is a cell surface molecule that is found on tumor
cells and is not substantially found on normal tissues, or restricted in its expression
fo non-vital normal tissues.

Other target molecules include but are not limited to antigens derived from
infectious pathogens such as HIV (human immunodeficiency virus), HBV (hepatitis
B virus), HPV (human papilloma virus) and Hepatitis C virus.

In one embodiment, the target molecule on the tumor comprises one or more
epitopes associated with a malignant tumor. Malignant tumors express a number of

proteins that can serve ag larget antigens for T cell receptor or chimeric receptor
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mediated recognition. Other target molecules belong to the group of cell
transformation-related molecules such as the oncogene HER-2/New/ErbB2. In
embodiments, the tumor antigen is selectively expressed or overexpressed on the
tumeor cells as compared to control cells of the same tissue type. In other
embodiments, the tumor antigen is a cell surface polypeptide.

Ongee a tumor cell surface molecule that might be targeted with a chimeric
receptor is identified, an epitope of the target molecule is selected and characterized.
In embodiments, an epitope is selected that is proximal to the tumor cell membrane.
In other embodiments, an epitope is selected that is distal to the tumor cell
membrane. An epitope is characterized as proximal fo the membrane when it is
predicted or known by structural analysis to reside closer to the target cell membrane
than alternative epitopes that are predicted or known by stroctural analysis to reside
a greater distance from the target cell membrane,

Antibodies that specifically bind a tumor cell surface molecule can be
prepared using metheds of obtaining monoclonal antibodies, methods of phage
display, methods to generate human or humanized antibodies, or methods using a
transgenic animal or plant engineered to produce human antibodies. Phage display
libraries of partially or fully synthetic antibodies are available and can be screened
for an antibody or fragment thereof that can bind to the target molecule. Phage
display libraries of human antibodies are also available. In embodiments, antibodies
specifically bind to a tumor cell surface molecule and do not cross react with
nonspecific components such as bovine serum albumin or other unrelated antigens,
Once identified, the amino acid sequence or polynucleotide sequence coding for the
antibody can be isolated and/or determined.

Astibodies or antigen binding fragments include all or a portion of
polyctonal antibodies, a monocional antibody, a human antibody, a humanized
antibody, a synthetic antibody, a chimeric amibody, a bispecific antibody, a
minibody, and a linear antibody. Antibody fragments” comprise a portion of an
intact antibody, preferably the antigen binding or variable region of the intact
antibody and can readily be prepéred, Examples of antibody fragments include Fab,
Fab', F(ab"),, and Fv fragments; diabodies; lincar amtibodies; single-chain antibody

molecules; and multispecific antibodies formed from antibody fragments,
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In embodiments, a pumber of different antibodies that bind to a particular
tumeor cell surface molecules can be isolaled and characterized. In embodiments, the
antibodies are characterized based on epitope specificity of the targeted molecule. In
addition, in some cases, antibodies that bind to the same epitope can be selected
based on the affinity of the antibody for that epitope. In embodiments, an antibody
has an affinity of at least 1 mM, and preferably <50 aM. In embodiments, an
antibody is selected that has a higher affinity for the epitope as compared to other
aniibodies. For example, an antibody is selected that has al feasia 2 fold, at leasta 5
fold, at least a 10 fold, at least a 20 fold, at Jeast a 30 fold, at least a 40 fold, or at
{east a 50 fold greater affinity than a reference antibody that binds to the same
epitope.

in embodiments, target molecules are selected from the group consisting of
CIx19, CD20, CD22, CD23, CD123, C8-1, ROR1, mesothelin, Her2, c-Met,
PSMA, GD-2, MAGE A3 TCR and combinations thereof.

In specific embodiments, the farget antigen is CD19. A number of antibodies
specific for CD19 are known to those of skill in the art and can be readily
characterized for sequence, epitope binding, and affinity. Tn a specific embodiment,
the chimeric receptor construct ncludes a seFV sequence from FMCE3 antibody. In
other embodiments, the scFV is a human or humanized ScFv comprising a variable
light chain comprising a CDRL1 sequence of RASQDISKYLN, CDRL2 sequence
of SRLHSGYV, and a CDRL3 sequence of GNTLPYTEG., In other embodiments, the
scFV is a human or humanized ScFv comprising a variable heavy chain comprising
CDRHI sequence of DYGVS , CDRH2 sequence of VIWGSETTYYNSALKS, and
a CDRH3 sequence of YAMDY WG, The disclosure also contemplates variable
regions that have at least 90% amino acid sequence identity o that of the scFv for
FMC63 and that have at least the same affinity for CD19. In embodiments, the
chimeric fcceptor has a short or intermediate spacer of 119 amino acids or less, or 12
amino acids or less. In a specific embodiment, the spacer is 12 amino acid or less
and has a sequence of SEQ ID NO:4,

1n embodiments, CDR regions are found within antibody regions as
numbered by Kabat as follows: for the light chain; CDRLI amino acids 24-
34;CDRLZ amino acids 50-56; CDRL3 at amino acids 89-97; for the heavy chain at
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CDRHI at amino acids 31-35; CDRH2 at amino acids 50-65; and for CDRH3 at
amino acids 95-102. CDR regions in antibodies can be readily determined.

In specific embodiments, the target antigen is ROR1. A number of antibodies
specific for RCR1 are known to those of skill in the art and can be readily
characterized for sequence, epitope binding, and affinity. In a specific embodiment,
the chimeric receptor construct includes a scFV sequence from R12 antibody. In
other embodiments, the scFV is a human or humanized ScFv comprising a variable
light chain comprising a CDRLI sequence of ASGFDFSAYYM, CDRL?2 sequence
of TTYPSSG, and a CDRL3 sequence of ADRATYFCA. In other embodiments, the
scFV is a human or humanized ScFv comprising a variable heavy chain comprising
CDRH1 sequence of DTIDWY, CDRH2 sequence of VOSDGSYTKRPGVPDR,
and a CORH3 sequence of YIGGY VFG. The disclosure also contemplates variable
regions that have at least 90% amino acid sequence identity to that of the scFv for
R12 and that have at least the same affinity for ROR1. In embodimenis, the chimeric
receptor has a short or intermediate spacer of 119 amino acids or less, or 12 amino
acids or less. In a specific embodiment, the spacer is 12 amino acid or less and has a
sequence of SEQ ID NO:4.

In specific embodiments, the target antigen is ROR1. A number of antibodies
specific for ROR | are known to those of skill in the art and can be readily
characterized for sequence, epitope binding, and affinity. In a specific embadiment,
the chimeric receptor construct includes a scFV sequence from R11 antibody. In
other embodiments, the scFV is 2 buman or humanized ScFv comprising a variable
light chain comprising a CDRL1 sequence of SGSDINDYPIS, CDRL2 sequence of
INSGGST, and a CDRL3 sequence of YFCARGYS. In other embodiments, the
scFV is a human or humanized ScFv comprising a variable heavy chain comprising
CDRHI1 sequence of SNLAW, CDRH?Z sequence of RASNLASGVPSRFSGS, aﬁd a
CDRH3 sequence of NVSYRTSF. The disclosure also contemplates variable
regions that have at least 90% amino acid sequence identity to that of the scFv for
R11 and that have at least the same affinity for RORI. In embodiments, the chimeric
receptor has a long spacer of 229 amino acids or less. 1o a specific embodiment, the
spacer is 229 amino acids and has a sequence of SEQ 1D NG:50.

In specific embodiments, the target antigen is Her2. A number of antibodies

specific for Her2 are known to those of skill in the art and can be readily
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characterized for sequence, epitope binding, and affinify. In a specific embodiment,
the chimeric receptor construct includes a scFV sequence from Hercep%iﬁ antibody.
In other embodiments, the scFV is a human or humanized ScFv comprising a
variable light chain comprising a CDRL1 sequence, CDRL2 sequence and a CDRL3
sequence of the Herceptin antibody. In other embodiments, the scFV is a human or
humanized ScFv comprising a variable beavy chain comprising CDRHI sequence,
CDRH?2, and a CDRH3 sequence of Herceptin. The CDR sequences can readily be
determined from the amino acid sequence of Herceptin. The disclosure also
contemplates variable regions that have at least 90% amino acid sequence identity to
that of the scFv for Herceptin and that have at least the same affinity for Her2. In
embédiments, the chimeric receptor has a long spacer of 229 amino acids or less, In
a specific embodiment, the spacer is 229 amino acids and has a sequence of SEQ ID
NO:50.

T embodiments, a polynucleotide coding for a ligand binding domain is
operably linked to a polynucleotide coding for a spacer region. In embodiments, the
polynucleotide coding for a ligand binding domain may also have one-or More
restriction enzyme sites at the 5° and/or 3° ends of the coding sequence in order fo
provide for easy excision and replacement of the polymucleotide with another
polynucleotide coding lor a ligand binding domain coding for a different antigen or
that has different binding characteristics. For example, a restriction site, Nhel, is
encoded upstream of the leader sequence; and a 3” Rstll located within the hinge
region allows subcloning of any desirable scFv into a chimeric receptor vector. In
embodiments, the polynucleotide is codon optimized for expression in mammatian
cells.

In emboediments, the polynucleotide coding for a ligand binding domain is
operably linked to a signal peptide. In embodiments the signal peptide is a signal
peptide for granulocyle colony stimulating factor. Polynucleotides coding for other
signal peptides such as CD8 alpha can be utilized.

In embodiments, the polynucleotide coding for a ligand binding domain is
operably linked to a promoter. A promoter is selected that provides for expression of
the chimeric antigen receptor in a mammalian cell. Tn a specific embodiment the
promoter is the elongation growth factor promoter (EF-1). Another example of a
suitable promoter is the immediate early cytomegalovirus (CMV) promoter
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sequence. Howei}er, other constitutive promoter sequences may also be used,
including, but not limited fo the simian virus 40 (SV 40) early promoter, mouse
mammary tumor virus (MMTYV), human immunodeficiency virus (HIV) long
terminal repeat (LTR) promoter, MuMoLV promoter, an avian leukemia virus
promoter, an Epstein-Barr virus immediate early promoter, a Rous sarcoma virus
promoter, as well as human gene promoters such as, but not limited 1o, the actin
promoter, the myosin promoter, the hemoglobin promoter, and the creatine kinase
promoter. Inducible promoters are also contemplated. Examples of inducible
promoters include, but are not limited to a metallothionine promoter, a
glucocorticoid promoter, a progesterone promoter, and a tetracycline promoter.

A specific embodiment of a polynucleotide coding for a ligand binding
domain is shown in Table 1 as the scFv from an antibody that specifically binds
CD19, such as FMC63. A polynucieotide encoding for a flexible linker including
the amino acids GSTSGSGKPGSGEGSTKG (SEQ ID NO:36)separates the VH and
VL chains in the scFV. The amino acid sequence of the scFv including the linker is
shown in Table 2.(SEQ ID NO:11} Other CD19-targeting antibodies such as SJ25C1
and HD37 are known. (SJ25C1: Bejcek et al. Cancer Res 2005, PMID 7538901,
HBD37: Pezutto et al, T 1987, PMID 2437199),

Spacer

In embodiments, the chimeric receptor nucleic acid comprises a
polynucleotide coding for a spacer region. It has been surprisingly found that the
length of the spacer region that is presumed not to have gignaling capability affects
the in vivo efficacy of the T cells modified o express the chimeric receptor and
needs to be customized for individual target molecules for optimal tumor or target
cell recognition.  In embodiments, the chimerie receptor nucleic acid comprises a
polynucleotide coding for a customizable spacer region selected from a library of
polynucleotides coding for spacer regions. In embodiments, a spacer length is
selected based upon the location of the epitope, affinity of the antibody for the
epitope, and/or the ability of the T cells expressing the chimeric receptor to
proliferate in vitro and/or in vive in response to antigen recognition.

Typically a spacer region is found between the {igand binding domain and
the transmembrane domain of the chimeric receptor. In embodiments, a spacer

region provides for flexibility of the ligand binding domain, allows for high
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expression levels in lvmphocytes. A CD19-specific chimeric receptot having a
spacer domain of about 229 amino acids had less antitumor activity than a CD19-
specific chimeric receptor with a short spacer region comprised of the modified
[gG4 hinge only. Other chimeric receptors, such as thase constructed from the R12
or 2A2 scFvs also require a short spacer for optimal triggering of T cell effector
functions, while a chimeric receptor constructed with the R11 ROR1 scFv requires a
fong spacer domain of about 229 amino acids for tumor recognition,

In smbodiments, a spacer region has at least about 10 to 229 amino acids,
about 10 to 200 amino acids, about 10 to 175 amino acids, about 10 to 150 amino
acids, about 10 to 125 amino acids, about 10 to 100 amino acids, about 10 10 75
amino acids, about 10 to 50 amino acids, about 10 to 40 amino acids, aﬁout 10 t0 30
amino acids, about 10 to 20 amino acids, or about 10 to 15 amino acids, and
including any integer between the endpoints of any of the listed ranges. In
embodiments, a spacer region has about 12 amino acids or less, about 19 amino
acids or less, or about 229 amino acids or less,

In some embodiments, the spacer region is derived from a hinge region of an
immunoglobulin like molecule. In embodiments, a spacer region comprises alf or a
portion of the hinge region from a human IgG1, human 1gG2, a human IgG3, or a
human IgG4, and may contain one or more amino acid substitutions, Exemplary
sequences of the hinge regions are provided in Table 8. In embodiments, a portion
of the hinge region inciudes the upper hinge amino acids found between the variable
heavy chain and the core, and the core hinge amino acids including a polyproline
region. Typically, the upper hinge region has about 3 {o 10 amino acids. In some
cases, the spacer region comprises an amino acid sequence of X, PPX,P(SEQ ID
NO:1). In embodiments, X, is a cysteine, glycine, or arginine and X2 is a cysteine or
a threonine.

In embodiments, hinge region sequences can be modified in one or more
amino acids in order to avoid undesirable structural interactions such as
dimerjzation. In a specific embodiment, the spacer region comprises a portion of‘ a
modified human hinge region from IgG4, for example, as shown in Table 2 or Table
8(SEQ 1D NO:21). A representative of a polynucieotide coding for a portion of a
modified 1gG4 hinge region is provided in Table 1. (SEQ 1D NO:4)in embodiments,

a hinge region can have at least about 90%, 92%, 95%, or 100% sequence identity
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with a hinge region amino acid sequence identified in Table 2 or Table 8. Ina
specific embodiment, a portion of a human hinge region from IgG4 has an amino
acid substitution in the core amino acids from CPSP to CPPC.

In some embodiments, all or a portion of the binge region is combined with
one or more domains of a constant region of an immunoglobulin. For example, a
portion of a hinge region can be combined with all or a portion of a CH2 or CH3
domain or variant thereof, In embodiments, the spacer region does not include the
47-48 amino acid hinge region sequence from CD8apha or the spacer region
consisting of an extracellular portion of the CD28 molecule,

In embodiments, a short spacer region has about 12 amino acids or less and
comprises all or a portion of a [gG4 hinge region sequence or variant thereof, an
intermediate spacer region has about 119 amino acids or less and comprises all or a
portion of a Ig(G4 hinge region sequence and a CH3 region or variant thereof, and a
long spacer has about 229 amino acids or less and comprises all or a portion of a
IgG4 hinge region sequence , a CH2 region, and a CH3 region or variant thereof,

A polynucleotide coding for a spacer region can be readily prepared by
synthetic or recombinant methiods from the amino acid sequence. In embodiments, a
polynucleotide coding for a spacer region is operably linked to a polynucleotide
coding for a transmembrane region. In embodiments, the polynucleotide coding for
the spacer region may alsc have one or more restriction enzyme sites at the 5° and/or
3’ ends of the coding sequence in order o provide for easy excision and replacement
of the polynucleotide with another polynucleotide coding for a different spacer
region. In embodiments, the polynucleotide coding for the spacer region is codon
optimized for expression in mammalian cells,

In embodiments, a library of polynucleotides, each coding for different
spacer region is provided. In an embodiment, the spacer region is selected from the
group consisting of a hinge region sequence from 1gG1, IgG2, 1gG3, or IgG4 or
portion thereof, a hinge region sequence from IgGt, IgG2, TgG3, or [gG4 in
combination with all or a portion of a CH2 region or variant thereof, a hinge region
sequence from IgG1, 1gG2, IgG3, or 1gG4 in combination with all or a portion of a
CH3 region or variant thereof, and a hinge region sequence from IgG1, TgG2, 1gG3,
or Ig(G4 in combination with all or a portion of a CH2 region or variant thereof, and

a CH3 region or variant thereof. In embodiments, a short spacer region is a modified
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1G4 hinge sequence(SEQ ID NO:4) having 12 amino acids or less, an intermediate
sequence is a IgG4 hinge sequence with a CH3 sequence having 119 amino acids or
less(SEQ ID NO:49); or a IgG4 hinge sequence with a CH2 and CH3 region having
229 amino acids or less (SEQ 1D NO:50)

In embodiments, a method of selecting a spacer region for a chimeric
receptor is provided herein, Surprisingly some chimeric receptor construcis,
although effective to activate T cells and direct their killing of tumor cells in vitro,
were not effective in vivo. In addition, the side effect profile of the chimeric receptor
modified T cells can be sach as o result in more cells undergoing activation induced
cell death or causing an increase in in vivo cytokines. In embodiments, a method
comprises providing a plurality of chimeric receptor nucleic acids, wherein the
chimeric receptor nucleic acids differ only in the spacer region; introducing each of
the chimeric receptor nucleic acids into a separate T Iymphocyts population;
expanding each separate Iymphocyte population in vitro, and introducing each
lyraphocyte population into an animal bearing a tumor to determine the anti-tumor
efficacy of each of the chimeric receptors when expressed in T cells, and selecting a
chimeric receptor that provides anti-tumor efficacy as compared to each of the other
separate lymphocyte populations modified with each of the other chimeric receptors.

Animal models of different tumors are known. Anti-tumor afficacy can be
measured by identifying a decrease in tumor volome, by determining animal death,
persistence of the genetically modified T cells in vivo, activation of genetically
modified T cells (for example, by detecting an increase in expression of CD25
and/CD69), and/or proliferation of genetically modified T cells in vivo. In an
embodiment, a chimeric receptor is selected that provides for the best anti-tumor
efficacy in vivo as determined by one or more of these parameters. Lack of anti-
tumor efficacy can be determined by lack of persistence of the genetically modified
lymphocytes in vivo, animal death, an increase in apoptosis as measured by an
increase in induction of caspase -3, and/or a decrease in proliferation of genetically
modified lymphocytes. V

I other embodiments, a method for selecting a spacer comprises selecting an
epitope of a target molecule and characterizing the location of the epitope with
respect to the cell membrane, selecting a spacer region that is long or short

depending on the location of the epitope with respect to the cell membrane, selecting
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an antibody or fragment thereof that has an affinity for the epitope that is higher or
Jower as compared to a reference antibody, and determining whether the chimeric
recepior construct provides for enhanced T cell proliferation or cytokine production
in vitro and/or in vivo.

Tn some embodiments, if the target epitope or portion thereof is located
proximal to the membrane it is Jocated in the first 100 amino acids of the linear
sequence of the extracellular domain adjacent to the fransmembrane domain. If the
epitope is located proximal to the membrane, a long spacer(e.g 229 amino acids or
fess and greater than 119 amino acids) is selected. In some embodiments, if the
target epitope is located distal to the membrane, it is located in the first 150 amino
acids of the linear sequence of the extracellular domain terminus. If the epitope is
Jocated distal to the membrane, an intermediate or short spacer is selected (e.g. 119
amino acids or less or 12-15 amino acids or less). Alternatively, whether the epitope
is proximal or distal to the membrane can be defermined by modeling of the three
dimensional structure or based on analysis of the crystal structure,

In some embodiments, a chimeric receptor is selected that provides for at
teast 30% of the cells profiferating through two generations in vitro and/or in vivo.
In other embodiments a chimeric receptor is not selected if it results in at least 50%
of the cells undergoing activation induced cell death in 72 houss. In embodiments, a
short spacer (e.g. 15 amino acids or less) is selected if the epitope is distal to the
membrane. In embodiments, a long spacer (e.g. 229 amino acid or less and grealer
than 119 amino acids) is selected if the epitope is proximal to the membrane,

In embodiments, providing a plurality of chimeric receptor nucleic acids,
wherein the chimeric receptor nucleic acids differ only in the spacer region
comprises providing a chimeric receptor construct comprising a potynucleotide
coding for a ligand binding domain, wherein the ligand is a tumor specific antigen,
viral antigen, or any other molecule expressed on a target cell population that is
suitable to mediate recognition and elimination by a lymphocyte; a polynucleotide
coding for a first polypeptide spacer having a defined restriction site at the 5° and 3°
end of the coding sequence for the first polypeptide spacer; a polysucleotide coding
for a ransmembrane domain; and a polynocieofide coding for one or more

intracellular signaling domains.
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In embodiments, a method further comprises providing one or more
polynucleotides, each encoding a different spacer region. In embodiments, the
different spacer regions are selected from the group consisting of a hinge region
sequence from IgGl, TgG2, TgG3, or IgG4 or variant thereof or portion thereof, a
hinge region sequence from IgG1, 1gG2, 1gG3, or [gG4 in combination with all ora
portion of a CH2 region or variant thereof, a hinge region sequence from IgG1,
1g(GG2, 1gG3, or IgG4 in combination with all or a portion of a CH3 region or variant
thereof, and a hinge region sequence from TgG1, IgG2, IgG3, or IgG4 in
combination with all or a portion of a CHZ region or variant thereof and a CH3
region ot variant thereof. Tn embodiments, CH2 or CH3 regions may be modified by
one or more deletions or amino acid substitutions in order to provide for expression
in lymphocytes and/or in order to minimize interactions with other molecules. In
embodiments, a portion of a hinge region comprises at least the upper amino acids
and the core sequence. In embodiments, a hinge region comprises the sequence
X PPX,P.

In embodiments, a method further comprises replacing the polynucleotide
cading for the spacer region with a polynucleotide encoding a different spacer
region to form a chimeric receptor nucleic acid with a different spacer region, The
method can be repeated 1o form any pumber of chimeric receplor nueleic acids,
each differing in the spacer region. In embodiments, the chimeric receptor nucleic
acids differ from one another only in the spacer region.

Transmembrane domain

In embodiments, the chimeric recepior nucleic acid comprises a
polynucleotide coding for a transmembrane domain. The transmembrane domain
provides for anchoring of the chimeric receptor in the membrane.

In an embodiment, the transmembrane domain that naturally is associated
with one of the domains in the chimeric receptor is used. In some cases, the
fransmembrane domain can be selected or modified by amino acid substitution to
avoid binding of such domains to the transmembrane domains of the same or
different surface membrane proieins to minimize inferactions with other members of
the recepior complex.

The transmembrane domain may be derived either from a natural or a

synthetic source. When the source is natural, the domain may be derived from any
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membrane-bound or transmembrane protein. Transmembrane regions comprise at
least the transmembrane region(s) of) the alpha, beta or zata chain of the T-cell
receptor, CD28, CD3, CD45, CD4, CDS§, CDY, CD16, CD22; CD33, CD37, CD64,
CD80, CD86, CD134, CD137 and CD154. In a specific embodiment, the
transmeembrane domain comprises the amino acid sequence of the CD28
trapsmembrane domain as shown in Table 2. A representative polynucleotide
sequence coding for the CD28 transmembrane domain is shown ia Table 1{SEQ D
NO:5}.

A transmembrane domain may be synthetic or a variant of a naturally
ocourring transmembrane domain. In ernbodiments, synthetic or variant
transmembrane domains comprise predominantly hydrophobic residues such as
leucine and valine. In embodiments, a transmembrane domain can have at least
about 80%, 85%, 90%, 95%, or 100% amino acid sequence identity with a
fransmembrane domain as shown in Table 2 or Table 6. Variant transmembrane
domains preferably have a hydrophobic score of at least 50 as caleulated by Kyte
Doolittle.

A polynucleotide coding for a transmembrane dorain can be readily
prepared by gynthetic or recombinant methods. In embodiments, a polynucleoiide
coding for a fransmembrane domain is operably linked to a polynucieotide coding
for a intracellular signaling region. In embodiments, the polynucleotide coding for a
transmembrane domain may also have one or more resiriction enzyme sites at the 5°
and/or 37 ends of the coding sequence in order to provide for casy excision and
replacement of the polynucleotide coding for a transmembrane domain with another
polynucleotide coding for a different transmembrane domain. In embodiments, the
polynucieotide coding for a transmembrane domain Is codon optimized for
expression in mammalian cells.

Intraceliular sizvnaling domain

In embodiments, the chimeric recepior nucleic acid comprises a
polynueleotide coding for an intracellular signaling domain. The intracellular
signaling domain provides for activation of one function of the transduced cell
expressing the chimeric receptor upon binding to the ligand expreésed ot tumor
cells. In embodiments, the intracellular signaling domain contains one or more

intracellular signaling domains. In embodiments, the intracellular signaling domain
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is a portion of and/or a variant of an intracellular signaling domain that provides for
activation of at least one function of the transduced cell.

Examples of intracellular signaling domains for use in a chimeric receptor of
the disclosure mclude the cytoplasmic sequences of the CD3 zeta chain, and/or co-
receptors that act in concert (o initiate signal transduction following chimeric
receptor engagement, as well as any derivative or variaat of these sequences and any
synthetic sequence that has the same functional capability. T cell activation can be
said to be mediated by two distinct classes of cytoplasmic signaling sequence: those
that initiate antigen-dependent primary activation and provide a T cell receptor like
signal (primary cytoplasmic signaling sequences) and those that act in an antigen-
independent manner to provide a secondary or co-é’cimuiatory signal (secondary
cytoplasmic signaling sequences}. Primary cytoplasmic signaling sequences that act
in a stimulatory manner may contain signaling motifs which are known as receptor
fyrosine-based activation mofifs or YTAMs. Bxamples of TTAM containing primary
cytoplasmic signaling sequences include those derived from CD3 zeta, FcR gamma,
CD3 gamma, CD3 delta, CD3 epsilon, CDS, CD22, CD7%, CD79b, and CD664. In
embodiments, the primary signaling intracellular domain can have at [east about
80%, 85%, 9(}%, or 95% sequence identity to CD3zeta having a sequence provided
in Table 2. In embodiments variants, of CD3 zeta retain at Jeast one, two, three or
all ITAM regions as shown in Table 7.

In a preferred embodiment, the intracellular signaling domain of the chimeric
receptor can be designed to comprise the CD3-zeta signaling domain by itself or
combined with any other desired cytoplasmic domain(s). For example, the
intracellnlar signaling domain of the chimeric receptor can comprise a CD3zeta
chain and a costimulatory signaling region,

The costimulatory signaling region refers to a portion of the chimeric
receptor comprising the intraceliular domain of a costimulatory molecule. A
costimulatory molecule is a cell surface molecule other than an antigen receptor or
their ligands that is required for a response of lymphocytes to an antigen, Examples
of such molecules include CD27, CD28, 4-1BB (CD 137), OX40, CD30, CD40,
lymphocyte function-associated antigen-1 (LFA-D, €D2, CD¥7, LIGHT, NKG2C,
B7-H3, and a ligand that specifically binds with CD83. In embodiments, the

costimulatory signaling domain can have at least about 80%, 85%, 90%, or 95%
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amino acid sequence identity to the intracellutar domain of CD28 as shown in Table
5 or to 4-1BB having a sequence provided in Table 2. In an embodiment, a variant
of the CD28 intracellular domain comprises an amino acid substitution at positions
186-187, wherein LL is substituted with GG.

The intracellular signaling sequences of the chimeric receptor may be linked
to cach other in a random or specified order, Optionally, a short oligo- or
polypeptide linker, preferably between 2 and 10 amino acids in leagth may form the
linkage. In one embodiment, the intracellnlar signaling domains comprises all or &
portion of the signaling domain of CD3-zeta or variant thereof and all or a portion of
the signaling domain of CD28 or a variant thereof. In another embodiment, the
intracellular signaling domain comprises all or a portion of the signaling domain of
CD3-zeta or variant thereof and ali or a portion of the signaling domain of 4-I1BB or
variant thereof. In yet another embodiment, the intracellular signaling domain
comprises all or a portion of the signaling domain of CD3-zeta or variant thereof, all
or a portion of the signaling domain of CP28 or variant thereof, and all or a portion
of the signaling domain of 4-IBB or variant thereof. In a spgt;iﬁc embodiment, the
amino acid sequence of the infracellular signaling domain comprising a variant of
CD3zeta and a portion of the 4-1BB intracellular signaling domain is provided in
Table 2. A representative nucleic acid sequence is provided in Table 1(SEQ ID
NO:6; SEQ 1D NO:7).

1n an embodiment, a polynucleotide coding for an intracellular signaling
domain comprises a 4-1BB intracellular domain linked to a portion of a CD3zeta
domaiit. In other embodiments, a 4-1BB infracellular domain and a CD28
intraceliular domain are linked to a portion of a CD3 zeta domain,

A polynucleotide coding for an intracellular signaling domain can be readily
prepared by synthetic or recombinant methods from the amino acid sequence. [n
embodiments, the polynucleotide coding for an intraceilular signaling domain may
also have one or more restriction enzyme sites at the 5° and/or 3° ends of the coding
sequence in order to provide for easy excision and replacement of the polynuclectide
coding for an intracellular signaling domain with another polynucleotide coding for
a different intracellular signaling domain. In embodiments, the polynucleotide
coding for an intracellular signaling domain is codon optimized for expression in

mammalian cells.
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Marker sequences

In embodiments, the chimeric receptor nucleic acid optionally further
comprises a polynucleotide sequence coding for a marker sequence. A marker
sequence can provide for selection of transduced cells, and identification of
transduced cells. In embodiments, the marker sequence is operably linked to a
polynucleotide sequence coding for a linker sequence. In embodiments, the linker
sequence is a cleavable linker sequence.

A number of different marker sequences can be employed. Typically a
marker sequence has a functional characteristic that allows for selection of
transduced cells and/or detection of transduced cells. ln embodiments, the marker
sequence is compatible with transduction of human lymphocytes.

The positive selectable marker may be a gene, which upon being introduced
into the host cell, expresses a dominant phenotype permitting positive selection of
celis carrying the gene. Genes of this type are known in the art, and include, inter
alia, hygromycin-B phosphotransferase gene (hph) which confers resistance to
hygromycin B, the amino glycoside phosphotransferase gene (neo or aph) from Tn5
which codes for resistance to the antibiotic G418, the dihydrofolate reductase
(DHFR) gene, the adenosine deaminase gene (ADA), and the multi-drug resistance
(MDR}) gene.

.. In an embodiment, a chimeric recepfor nucleic acid further comprises a
polynucleotide coding for a marker sequence, In an embodiment, the marker
sequence is a truncated epidermal growth factor receptor as shown in Table 2. An
exemplary polynucleotide for the truncated epidermal growth factor receptor is
shown in Table 1. (SEQ 1D NO:9)In embodiments, the polynucleotide coding for the
marker sequence is operably linked to a polynucleotide coding for a linker sequence.
In a specific embodiment, the linker sequence is a cleavable linker sequence T2A as
shown in Table 2. An cxemplary polynucleotide sequence coding for the T2A linfcer
is provided in Table 1,(SEQ ID NO:8)

A polynucleotide coding for marker sequence can be readily prepared by
synthetic or recombinant methods from the amino acid sequence. In embodiments a
polynucleotide coding for a marker sequence is operably linked to a polynucieotide
coding for an intracellular signaling domain. In embodiments, the polynucleotide
coding for a marker sequence may also have one or more restriction enzyme sites at
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the 57 and/or 3” ends of the coding sequence in order to provide for easy excision
and repiacement of the polynucleotide coding for a marker sequence with another
pelynucleotide coding for a different marker sequence. In embodiments, the
polynucleotide coding for a marker sequence is codon optimized for expression in
mammalian cells.

Vectors, Cells and Methods of transducing cells

Selection and Sorting of T lymphecyte populations

The compositions deseribed herein provide for CD4+ and/or CD8+ T
lymphocytes. T lymphocytes can be collected in accordance with known techniques
and enriched or depleted by known technigues such as affinity binding to antibodies
such as flow cytometry and/or immunomagnetic selection. After enrichment and/or
depletion steps, in vitro expansion of the desired T lymphocytes can be carried out in
accordance with known fechnigues (including but not limited to those described in
US Patent No. 6,040,177 to Riddell et al.), or variations thereof that will be apparent
to those skilled in the art. In embodiments, the T cells are autologous T cells
obtained from the patient.

For example, the desired T cell population or subpopulation may be
expanded by adding an initial T lymphoeyte population to a culture medinm in vitro,
and then adding to the culture medium feeder cells, such as non-dividing peripheral
blood mononuclear cells (PBMC), (e.g., such that the resulting population of cells
contains at least about 5, 10, 20, or 40 or more PBMC feeder cells foreach T
tymphocyte in the initial population to be expanded); and incnbating the culture (2.g.
for a time sufficient to expand the numbers of T cells). The non-dividing feeder cells
can comprise gamma-irradiated PBMC feeder cells. In some embodiments, the
PBMC are irradiated with gamma rays in the range of about 3000 to 3600 rads to
prevent cel! division. The order of addition of the T cells and feeder cells to the
culture media can be reversed if desired. The culture can typically be incubated
under conditions of temperature and the like that are suitable for the growth of T
fymphocytes. For the growth of human T lymphocytes, for example, the temperature
will generally be at least about 25 degrees Celsius, preferably at least about 30
degrees, more preferably about 37 degrees.

The T lymphocytes expanded include CD8" eytotoxic T lymphoeytes (CTL)
and CD4" helper T lymphoeytes that may be specific for an antigen present on a

41



10

15

20

25

3¢

human tumor or a pathogen.

Optionally, the expansion method may further comprise the step of adding
non-dividing EBV-transformed lymphoblastoid cells (LICL) as feeder cells, LCL can
be irradiated with gamma rays in the range of about 6000 to 10,000 rads. The LCL
feeder cells may be provided in any suitable amount, such as a ratio of LCL feeder
cells to initial T lymphocytes of at least about 10:1,

Optionally, the cxpansion method may further comprise the step of adding
anti-CD?3 and/or anti CD28 aniibody to the culture medium (e.g., at a concentration
of at least about 0.5 ng/ml). Optionally, the expansion method may further comprise
the step of adding 1L-2 and/or IL-15 to the culture medium {e.g., wherein the
concentration of TL~2 is at least about 10 units/m1).

After isolation of T lymphocytes both cytotoxic and helper T lymphocytes
can be sorted into naive, memory, and effector T cell subpopulations either before or
after expansion.

CD8+ cells can be obtained by using standard methods. In some
embedimenis, CDg+ cells are further sorted into naive, central memory, and effector
memory cells by identifying cell surface antigens that are associated with each of
those types of CD&+ cells. In embodiments, memory T cells are present in both
CD62L+ and CD62L~ subsets of CD8+ peripheral blood lymphocytes. PBMC are
sotted into CD62L-CD8+ and CD62L+CD8+ fractions after staining with anti-CD8
and anti-CD62L antibodies. In some embodiments, the expression of phenotypic
markers of central memory Tey include CD45RO, CD62L, CCR7, CD28, CD3, and
CD127 and are negative or low for granzyme B. In some embodiments, central
memory T cells are CD45SRO+, CD62L+, CD8+ T cells. In some embodiments,
effector Tg are negative for CD62L, CCR7, CD28, and CD127, and positive for
granzyme B and perforin. In some embodiments, naive CD8+ T lymphocytes are
characterized by the expression of phenotypic markers of naive T cells including
CD62L, CCR7, CD28, CD3, D127, and CD45RA.

Whether a cell or cell population is positive for a particular cell surface
marker can be determined by flow cytometry using staining with a specific antibody
for the surface marker and an isotype matched control antibody. A cell population
negative for a marker refers 1o the absence of significant staining of the cell

population with the specific antibody above the isotype control, positive refers to
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uniform staining of the cell population above the isotype control. In some
embodiments, a decrease in expression of one or markers refers to loss of 1 logl0 in
the mean fluorescence intensity and/or decrease of percentage of cells that exhibit
the marker of at least about 20% of the cells, 25% of-the cells, 30% of the cells, 35%
of the cells, 40% of the cells, 45% of the cells, 50% of the celis, 55% of the cells,
60% of the cells, 65% of the cells, 70% of the cells, 75% of the cells, 80% of the
cells, 85% of the cells, 90% of the cell, 95% of the cells, and 100% of the cells and
any % between 20 and 100% when compared to a reference cell population. Tn
some embodiments, a cell population positive for one or markers refers to a
percentage of cells that exhibit the marker of at least about 50% of the cells, 55% of
the cells, 60% of the cells, 65% of the cells, 70% of the cells, 75% of the cells, 80%
of the cells, 85% of the cells, 90% of the cell, 95% of the cells, and 100% of the
cells and any % between 50 and 100% when compared to a reference cell
population,

CD4+ T helper cells are sorted into naive, central memory, and effector cells
by identifying cell populations that have cell surface antigens. CD4+ lymphocytes
can be obtained by standard methods. Tn some embodiments, naive CD4+ T
lymphocytes are CD45RO-, CD45RA+, CDO2L+, CD4+ T cells. In some
embodiments, central memory CD4+ cells are CD621L+ and CDA5SRO+, In some
embodiments, effector CD4+ cells are CD62L- and CD45R0O-,

In embodiments, populations of CD4+ and CD8+ that are antigen specific
can be obtained by stimulating naive or antigen specific T lymphocytes with antigen.
For example, antigen-specific T cell lines or clones can be generated to
Cytomegalovirus antigens by isolating T cells from infocted subjects and stimulating
the cells in vitro with the same antigen. Nalve T cells may also be used. Any
number of antigens from tumor cells may be utilized as targets to elicit T cell
responses. In some embodiments, the adoptive cellular immunotherapy
compositions are useful in the treatment of a disease or disorder including a solid
tumor, hematologic malignancy, breast cancer or melanoma.

Modification of T lymphocyte populations

in some embodiments it may be desired to introdace functional genes into

the T cells to be used in immunotherapy in accordance with the present disclosure,

For example, the introduced gene or genes may improve the efficacy of therapy by
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promoting the viability and/or function of transferred T cells; or they may provide a
éenetic marker to permit selection and/or evaluation of in vivo survival or migration;
or they may incorporate functions that improve the safety of immunotherapy, for
example, by making the cell susceptible to negative selection in vivo as described by
Lupton S. D. et al., Mol. and Cell Biol., 11:6 (1991); and Riddell et al., Human Gene
Therapy 3:319-338 (1992); see also the publications of PCT/US91/08442 and
PCT/US94/65601 by Lupton et al. describing the use of bifunctional selectable
fusion genes derived from fusing a dominant positive selectable marker with a
negative selectable marker. This can be carried out in accordance with known
techniques (see, e.g., US Patent No. 6,040,177 to Riddell et al. at columns 14-17) or
variations thereof that will be apparent to those skilled in the art based upon the
present disclosure.

In embodiments, T celis are modified with chimeric receptors as described
herein. In some embodiments, the T cells are obtained from the subject to be
treated, in other embodiments, the lymphocytes are obtained from allogeneic human
donors, preferably healthy human donors.

In some embodiments, chimeric receptors comprise a ligand binding domain
that specifically binds to a tumor cell surface molecule, a polypeptide spacer region,
a transmembrane domain and an intracellular signaling domain as described herein.
In embodiments, the ligand binding domain is a single-chain antibody fragment
(scFv) that is derived from the variable heavy (VH) and variable light (VL) chains of
a monoclonal antibody (mAb). Costimulatory signals can also be provided through
the chimeric receptor by fusing the costimulatory domain of CD28 and/or 4-1BB to
the CD3( chain, Chimeric receptors are specific for cell surface molecules
independent from HLA, thus overcoming the fimitations of TCR-recognition
including HLA-restriction and low levels of HLA-expression on tumor cells.

Chimeric receptors can be constructed with a specificity for any cell surface
marker by utilizing antigen binding fragments or antibody variable domains of, for
example, antibody molecules. The antigen binding molecules can be linked to one or
more cell signaling modules. In embodiments, cell signaling modules include CD3
transmembrane domain, CD3 intracellular signaling domains, and CD28
transmembrane domains. In embodiments, the intracellular signaling domain

comprises a CD28 transmembrane and signaling domain linked t0 a CD3 zeta
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intracellular domain. In some embodiments, a chimeric receptor can also include a
transduction marker such as tEGFR,

In embodiments, the same or a different chimeric receplor can be infroduced
ito each of population of CD4+ and CD8+ T lymphocytes. In embodiments, the
chimeric receptor in each of these populations has a ligand binding domain that
specifically binds to the same ligand on the tusnor or infected cell. The cellular
signaling modules can differ. In embodiments, the intracellular signaling domain of
the CD8&+ cytotoxic T cells is the same as the intracellular signaling domain of the
CD4+ helper T cells. In other embodiments, the intracellular signaling domain of the
CD8+ cytotoxic T cells is different than the intracellular signaling domain of the
CD4+ helper T eells.

In embodiments each of the CD4 or CD8 T lymphocytes can be sorted in to
naive, central memory, effector memory or effector cells prior to transduction as
described herein. In alternative embodiments, each of the CD40or CDS T
lymphocytes can be sorted in to naive, central memory, effector memory, or effector
cells after transduction.

Various transduction techniques have been developed which utilize
recombinant infectious virus particles for gene delivery. This represents a currently
preferred approach to the transduction of T lymphocytes of the present invention.
The viral vectors which have been used in this way include virus vectors derived
from simian virus 40, adenoviruses, adeno-associated virus (AAY), lentiviral
vectors, and retroviruses. Thus, gene transfer and expression methods are numerons
but essentially function to introduce and express genetic material in mamralian
cells. Several of the above techniques have been used to transduce hematopoietic or
tymphoid cells, including caleium phosphate transfection, protoplast fusion,
electroporation, and infection with recombinant adenovirus, adeno-associated virus
and retrovirus vecfors, Primary T lymphocytes have been successfully fransduced by
electroporation and by retroviral or lentiviral infection.

Retroviral and lentiviral vectors provide a highly efficient method for gene
transfer into eukaryotic cells. Moreover, retroviral or lentiviral infegration takes
place in a controlled fashion and results in the stable integration of one or a few
copies of the new genetic information per cell.

It is contemplated that overexpression of a stimulatory factor (for example, a
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lymphokine or a cytokine) may be toxic to the treated individual. Therefore, it is
within the scope of the invention to include gene segments that cause the T cells of
the invention to be susceptible to negative selection in vivo. By "negative selection”
is meant that the infused cell can be eliminated as a result of a change in the in vivo
condition of the individual, The negative selectable phenotype may result from the
insertion of a gene that confers sensitivity to an administered agent, for example, a
compound. Negative sclectable genes are known in the art, and include, inter alia the
foliowing; the Herpes simplex virus type I thymidine kinase (HSV-I TK) gene,
which confers ganciclovir sengitivity; the cellular hypoxanthine
phosphribosyltransferase (HPRT) gene, the cellular adenine
phosphoribosyliransferase (APRT) gene, and bacterial cytosine deaminase,

In some embodiments it may be useful to include in the T cells a positive
marker that enables the selection of cells of the negative selectable phenotype in
vitro. The positive selectable marker may be a gene that upon being introduced into
the host cell expresses a dominant phenotype permitting positive selection of cells
carrying the gene, Genes of this type are known in the art, and include, inter alia,
hygromycin-B phosphotransferase gene (hph) which confers resistance to
hygromycin B, the amino glycoside phosphotransferase gene (neo or aph) from Tn3
which codes for resistance to the antibiotic G418, the dihydrofolate reductase
(DHFR) gene, the adenosine deaminase gene (ADA), and the multi-drug resistance
(MDR) gene.

A variety of methods can be employed for transducing T lymphocytes, as is
well known in the art. Jo embodiments, transduction is carried out using lentiviral
yveciors,

In embodiments, CD4+ and CD8+ cells each can separately be modified with
an expression vector encoding a chimeric receptor to form defined populations. In
embodiments, these cells are then further sorted into subpopulations of naive, central
memory and effector cells as described above by sorting for cell surface antigens
unique to each of those cell populations. In addition, CD4+ or CD8+ cell
populations may be selected by their cytokine profile or proliferative activities. For
example, CD4+ T lymphocytes that have enhanced production of cytokines such as
1L-2, IL-4, 11-10, TNFao, and TFNy as compared 1o sham transduced cells or
transduced CD8+ cells when stimulated with antigen can be sefected. In other
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embodiments, naive or central memory CD4+ T cells that have enhanced production
of IL-2 and/or TNFo are selected. Likewise, CD84 cells that have enhanced (FNy
production are selected as compared to sham transduced CD8+ cells,

In embodiments, CD4-+ and CD8+eells that proliferate in response to antigen
or tumor targets are selected. For example, CD4+ cells that proliferate vigorously
when stimulated with antigen or tumor targets as compared to sham transduced cells,
or CD8+ transduced cells are selected. In some embodiments, CD4+ and CD8+ cells
are selected that are cytotoxic for antigen bearing cells. In embodiments, CD4+ are
expected to be weakly cytotoxic as compared to CD8+ cells.

In a preferred embodiment, transduced lymphocytes, such as CD8+ central
memory cells, are selected that provide for tumor cell killing in vivo nsing an animal
model established for the particular type of cancer, Such animal models are known
to those of skiil in the art and exclude human beings. As described herein, not all
chimeric receptor constructs transduced into lymphocytes confer the ability to kill
tumor cells in vivo despite the ability to become activated and kill tumor cells in
vitro. In particular, for some target molecules T cells having chimeric receptor
constructs with a long spacer region were less effective at killing tumor cells in vivo
as compared to T cells having a chimeric receptor with short spacer 'regicm. For other
target molecules, T cells having chimeric receptor constructs with a short spacer
region were less effective at killing tomor cells in vivo as compared to T cells
having chimeric receptors with a long spacer region.

In yet other embodiments, transduced chimerie receptor expressing T cells
are selected that can persist in vivo using an animal model established for the
particular type of cancer. In embodiments, transduced chimeric receptor CD8+
central memory cells with a short spacer region have been shown o persist in vivo
after introduction info the animal for about 3 day or more, 10 days or more, 20 days
or more, 30 days or more, 40 days or more, or 50 days or more.

The disclosure contemplates that combinations of CD4+ and CD8+ T cells
will be utilized in the compositions. In one embediment, combinations of chimeric
receptor transduced CD4+ ée!]s can be combined with chimeric receptor transduced
CD8+ cells of the same ligand specificity or combined with CD8" T cells that are
specific for a distinct twmor ligand. Tn other embodiments, chimeric receptor

transduced CD8+ cells are combined with chimeric receptor transduced CD4+ cells
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specific for a different ligand expressed on the tumor. In yet another emnbodiment,
chimeric receptor modified CD4+ and CD8+ celis are combined. In embodiments
CD8+ and CD4+ cells can be combined in different ratios for example, a 1:1 ratio of
CD&+ and CD44, aratio of 10:1 of CD&+ to CD4+, or a ratio of 100:1 of CD8+ to
CD4+, In embodiments, the combined population is tested for cell proliferation in
vitro and/or in vivo, and the ratio of cells that provides for proliferation of cells is
selected.

As described herein, the disclosure contemplates that CD4+ and CD8+ cells
can be further separated into subpopulations, such as naive, central memory, and
effector memotry cell populations. As described herein, in some embodiments, naive
CD4+ cells are CD45RO~, CD45R A+, CD62LA+, CD4+ positive T cells, Insome
embodiments, cenfral memory CD4+ celis are CD62L. positive and CD45RO
positive, In some embodiments, effector CD4+ cells are CD62L negative and
CD45RQO positive. Each of these populations may be independently modified with a
chimeric receptor. )

As described herein, in embodiments, memory T cells are present in both
CD62L+ and CD62L- subsets of CD8+ peripheral blood lymphoeytes. PBMC are
sorted into CD62L-CD81 and CD62L1 CDE&+ fractions after staining with anti-CD$§
and anti-CD62L antibodies. In some embodiments, the expression of phenotypic
markers of central memory T cells (TCM) include CD62L, CCR7, CD28, CD3, and
CID127 and are negative or low for granzyme B. In some embodiments, central
memory T cells are CD4SRO+, CD621LA+, CD8+ T cells. In some embodiments,
effector T cells (Tg) are negative for CD62L, CCR7, CD28, and CD127, and positive
for granzyme B and perforin. In some embodiments, naive CD8+ T lymphocytes are
characterized by CD8+, CDG2L+, CD45R0O+, CCR7+, CD28+ CDI27+, and
CD45RO+. Bach of these populations may be independently sodified with a
chimeric recepior .

After transduction and/or selection for chimeric receptor bearing cells, the
cell populations are preferably expanded in viteo until a sufficient number of cells
are obtained to provide for at least one infusion into a human subject, typically
around 10% cells/kg to 10° cells/kg In embodiments, the transduced cells are cultured
in the presence of antigen bearing cells, anti CD3, anti CD28, and 1L 2, 1L-7, 1L 15,

1L.-21 and combinations thereof,
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Each of the subpopulations of CD4+ and CD8&+ cells can be combined with
one another. In a specific embodiment, modified natve or central memory CD4+
cells are combined with modified central memory CD8+ T cells to provide a
synergistic cytotoxic effect on antigen bearing cells, such as tumor cells,
Compositicns

The disclosure provides for an adoptive cellular immunotherapy composition
comprising a genetically modified T lymphoeyte cell preparation as deseribed
hersin.

In embodiments, the T lymphocyte cell preparation comprises CD4 + T cells
that have a chimeric receptor comprising an extracellular antibody variable domain
specific for a ligand associated with the disease or disorder, a customizable spacer
region, & transmembrane domain, and an intracellular signaling domain of a T cell
receptor or other receptors as described herein. In other embodiments, an adoptive
cellular immunotherapy composition further comprises a chimeric receptor modified
tumor-specific CD&+ cytotoxic T lymphocyte cell preparation that provides a
cellular mmune response, whetein the cytotoxic T lymphocyte cell preparation
comprises CD8+ T cells that have a chimeric receptor comprising an extracellular
single chain antibody specific for a ligand associated with the disease or disorder, a
customizable spacer region, a transmembrane domain, and an intraceliular signaling
domain of a T cell receptor as described herein. In embodiments, the chimeric
receptor modified T cell population of the disclosure can persist in vivo for at least
about 3 days or longer.

In some embodiments, an adoptive cellular immunotherapy composition
comprises a chimeric receptor modified tumor-specific CD&+ cytotoxic T
lymphocyte cell preparation that provides a cellular immune response, wherein the
cytotoxic T lympheocyte cell preparation comprises CD8+ T cells that have a
chimeric receptor comprising an extracellular single chain antibody specific for a
figand associated with the disease or disorder, a customizable spacer region, a
transmembrane domain, and an intracelinlar signaling domain of a T cell receptor, in
combination with an antigen-reactive chimeric receptor modified naive CD4+ T
helper cell derived from CD45R0O- CD62L+ CD4+ T cells, and a pharmaceutically

acceptable carrier.
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In other embodiments, an adoptive cellular immunotherapy éomposition
comprises an antigen specific CD8+ cytotoxic T lymphocyte cell preparation that
provides a cellular immune response derived from the patient combined with an
antigen-reactive chimeric receptor modified naive CD4+ T helper cell that augments
the CD8+ immune response, wherein the helper T lymphocyte cell proparation
comprises CD4 + T cells that have a chimeric receptor comprising an extracellular
antibody variable domain specific for the antigen associated with the disease or
disorder, a customizable spacer region, a transmembrane domain, and an
intracellular signaling domain of a T cell receptor.

In a further embodiment, an adoptive cellular immunotherapy composifion
comprises an antigen-reactive chimeric receptor modified naive CD4+ T helper cell
that angments the CD8+ immune response, wherein the helper T lymphocyte cell
preparation comprises CD4 + T cells that have a chimeric receptor comprising an
extracellular antibody variable domain specific for a ligand associated with a disease
or disorder, a customizable spacer region, a transmembrane domain, and an
infracellular signaling domain of a T cell receptor.

In embodiments, the CD4+ T helper lymphocyte cell is selected from the
group consisting of nafve CD4+ T cells, central memory CD4+ T cells, effector
memory CD4+ T cells, or bulk CDA+ T cells. In some embodiments, CD4+ helper
lymphocyte cell is a naive CD4+ T cell, wherein the naive CD4+ T cell comprises a
CD45RO-~, CD45RA+, CD621LA CD4+ T cell. In embodiments, the CD8+ T
cytotoxic lymphocyte cell is selected from the group. consisting of naive CD8+ T
cells, central memory CD8+ T cells, effector memory CD8+ T cells or bulk CD8+ T
cells, Tn some embodiments, the CD8+ cytotoxic T lymphocyte cell is a central
memory T cell wherein the central memory T cell comprises a CD45RO+, CD62E+,
CD8+ T cell. In yet other embodiments, the CD8+ cytotoxic T lymphocyte cell is a
central memory T cell and the CD4+ helper T lymphocyte cell is a naive 5r central
memory CD4+ T cell.

Methods

The disclosure provides methods of making adoptive immunotherapy
compositions and uses or methods of using these compositions for performing
cellular immunotherapy in a subject having a disease or disorder. In embodiments,

the chimeric receptor modified T cells as described herein are able to persist in vivo
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for at least 3 days, or at least 10 days. In embodiments, the chimeric receptor
modified T cells as described herein can proliferate in vivo through at least 2, or at
least 3 generations as determined by CFSE dye dilution, Proliferation and
persistence of the chimeric receptor modified T cells can be determined by using an
animal model of the disease or disorder and administering the cells and determining
persistence and/ or proliferative capacity of the transferred cells. In other
embodiments, proliferation and activation can be tested in vitro by going through
multiple cycles of activation with antigen bearing cells.

In embodiments, a method of manufacturing the compositions comprises
obtaining a modified naive CD4+ T helper cell, wherein the modified helper T
lymphocyte cell preparation comprises CD4+ T celis that have a chimeric receptor
comprising a ligand binding domain specific for a tumor cell surface molecule, a
customized spacer domain, a transmembrane domain, and an intracellular signaling
doiain as described herein.

In another embodiment, a method further comprises obtaining a modified
CD8+ cytotoxic T cell, wherein the modified cytotoxic T lymphocyte cell
preparation comprises CD8+ cells that have a chimeric receptor comprising a ligand
binding domain specific for a tumor cell surface molecule, a customized spacer
domain, 2 transmembrane domain, and an infraceliular signaling domain as
described herein,

In another embodiment, a method comprises obtaining a modified CD8+
cytotoxic T cell, wherein the modified cytotoxic T lymphocyte cell preparation
comprises CD8+ T cells that have a chimeric receptor comprising a ligand binding
domain specific for a tumor cell surface molecule, a customized spacer domain, a
transmembrane dormain, and an intracellular signaling domain as described herein,
and further comprising combining the mwodified CD8+ cytotoxic T cells with a
CD4+ helper cell lymphocyte cell preparation.

The preparation of the CD4+ and CDg&+ cells that are modified with a
chimeric receptor has been described above as well as in the examples. Antigen
specific T lymphocytes can be obtained from a patient having the discase or disorder
or can be prepared by in vitro stimulation of T lymphocytes in the presence of
antigen. Subpopulations of CD4+ and CD8+ T lymphocytes that are not selected for

antigen specificity can also be isolated as described herein and combined in the
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methods of manufacturing. In embodiments, the combination of cell populations can
be evaluated for uniformity of cell surface makers, the ability to proliferate through
at Jeast two generations, to have a uniform cell differentiation status. Quality control
can be performed by coculturing an cell line expressing the target ligand with
chimeric receptor modified T cells to determine if the chimeric receptor modified T
cells recognize the cell Tine using cytotoxicity, proliferation, or cytokine production
assays that are known in the field. Cell differentiation status and cell surface markers
on the chimeric receptor modified T cells can be determined by flow cytometry. Tn
embodiments, the markers and cell differentistion status on the CD8+ cells include
CD3, CD8, CD62L, CD28, CD27, CD69, CD23, PD-1, CTLA-4, CD45R0, and
CD4SRA. ln embodiments, the markers and the cell differentiation s;catus on the
CD4+ cells include CD3, CD4, CD62L, CD28, CD27, CD69, CD23, PD-1, CTLA-4
CD45R0, and CD45RA. '

In embodiments, a method of selecting a spacer region for a chimeric
receptor is provided herein. Surprisingly some chimeric receptor constructs,
although effective to activate T cells in vitro, were not effective in vivo. Tn
embodiments, a maethod comprises providing a pluralily of chimeric receptor nucleic
acids, wherein the chimeric receptor nucleic acids differ only in the spacer region;
introducing each of the chimeric receptor nucleic acids into a separate T
lymphocyte population; expanding each separate lymphocyte population in vitro,
and introducing each lymphocyte population into an animal bearing a tumor to
determine the anti-tumor efficacy of each of the chimeric receptor modified T cells,
and selecting a chimeric receptor that provides anti-tumor efficacy as compared to
sach of the other separate lymphocyte populations medified with each of the other
chimeric receptor modified T cells.

Animal models of different tumors are known. Anti-tumor efficacy can be
measured by identifying a decrease in tumor volume, by determining animal death,
persistence of the genetically modified T cells in vivo, activation of genetically
modified T cells (for example, by detecting an increase in expression of CD25
and/CD69), and/or proliferation of genetically modified T cells in vivo. In an
embodiment, a chimeric receptor is selected that provides for the best anti-turnor
efficacy in vivo as determined by one or more of these parameters. Lack of anti-
tumor efficacy can be determined by lack of persistence of the genetically modified
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lymphocytes in vivo, animal death, an increase in apoptosis as measured by an
increase in induction of caspase -3, and/or a decrease in proliferation of genetically
modified lymphocytes.

In embodiments, providing a plurality of chimeric receptor nucieic acids,
wherein the chimeric receptor nucleic acids differ only in the spacer region
comprises providing a chimeric receptor construct comprising a polynucleotide
coding for a ligand binding domain, wherein the ligand is a tumor specific antigen,
viral antigen, or any other molecule expressed on a target cell population that is
suitable to mediate recognition and elimination by a lymphocyte; a polynucleotide

coding for a first polypeptide spacer having a defined restriction site at the 5 and 3°

~ end of the coding sequence for the first polypeptide spacer; a polynucleotide coding

for a transmembrane domain; and a polynucieotide coding for an intracellular
signaling domain. ‘

The disclosure also provides methods of performing cellular immunotherapy
in a subject having a disease or disorder comprising: administering a composition of
lymphocyles expressing a chimeric receptor as described herein. In other
embodiments, a method comprises administering to the subject a genetically
modified cytotoxic T lymphocyte cell preparation that provides a cellular immune
response, wherein the cytotoxic T lymphocyte cell preparation comprises CD8 + T
cells that have a chimeric receptor comprising a ligand binding domain specific for a
tumor cell surface molecule, a customirzed spacer domain, a transmembrane domain,
and an intracellular signaling domain as deseribed herein, and 2 genetically modified
helper T tymphocyte cell preparation that elicits direct tumor recognition and
augments the genetically modified cytotoxic T lymphocyte cell preparations ability
to mediate a cellular immune response, whersin the helper T lymphocyie celi
preparation comprises CD4+ T cells that have a chimeric receptor comprising a
ligand binding domain specific for a tumor cell surlace molecule, a customized
spacer domain, a transmembrane domain, and an intracellular signaling domain as
described herein.

While not limiting the scope of the disclosure, it is believed by selecting the
chimeric receptor modified T cell population that can persist and proliferate in vivo
prior to administration may result in the ability to use a lower dose of T cells and

provide mare uniform therapeutic activity. In embodiments, the dose of T cells can
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be reduced at least 10%, 20%, or 30% or greater. Reduction in the dose of T celis
may be beneficial to reduce the risk or tumor lysis syndrome and eyiokine storm.

In another embodiment, a method of performing cellular immunotherapy in
subject having a disease or disorder comprises: administering to the subject a
genetically modified belper T tymphocyte cell preparation, wherein the modified
helper T lymphocyte cell preparation comprises CD4+ T cells that have a chimeric
receptor comprising a ligand binding domain specific for a tumor cell surface
molecule, a customized spacer domain, a transmembrane domain, and an
intracellular signaling domain as described herein. In an embodiments, the method
further comprises administering to the subject a genetically modified cytotoxic T
lymphocyte cell preparation, wherein the modified cytotoxic T lymphocyte cell
preparation comprises CD8 cells that have a chimeric receptor comprising a ligand
binding domain specific for a tumor eell surface molecule, a customized spacer
domain, a transroembrane domain, and an intracellular signaling domain as
described herein.

Another embodiment describes a method of performing cellular
immuaotherapy in a subject having a disease or disorder comprising: analyzing a
biological sample of the subject for the presence of a target molecule associated with
the disease or disorder and administering the adoptive immunotherapy compositions
described herein, wherein the chimeric receptor specifically binds to the target
molecule.

In some embodiments, the CD4+ T helper lymphocyte cell is selected prior
to introduction of the chimeric receptor from the group counsisting of natve CD4+ T
cells, ceniral memory CD4+ T celis, effector memory CD4+ T ceils or bulk CD4+ T
cells. Tn a specific embodiment, CD4+ helper lymphocyte cell is a naive CD4+ T
cell, wherein the naive CD4+ T celi comprises a CD45RO-, CD45RA+, CD621L+
CD4+ T cell. In yet other embodiments, the CD8+ T cytotoxic lymphocyte cell is
selected prior to introduction of the chimeric receptor from the group consisting of
naive CD8+ T cells, central memory CD8+ T cells, effector memory CD8+ T cells
or bulk CD8+ T cells. In a specific embodiment, the CD8+ cytotoxic T lymphocyte
cell is a central memory T cell wherein the central memory T cell comprises a

CD45R0+, CD62LA+, CDg&+ T cell. In a specific embodiment, the CD8+ cytotoxic T
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Iymphocyte cell is a central memory T cell and the CD4+ helper T lymphocyte cell
is a naive CD4+ T cell.

Tn embodiments, the CD8+ T cell and the CD4+ T cell are both genetically
modified with a chimeric receptor comprising an antibody heavy chain domain that
specifically binds a tumor-specific cell surface molecule. In other embodiments, the
intracellular signaling domain of the CD8 cytoloxic T cells is the same as the
intracellular signaling domain of the CD4 helper T cells. In yet other embodiments,
the intracellular signaling domain of the CD8 cytotoxic T celis is different than the
intracellular signaling domain of the CD4 helper T cells.

Subjects that can be treated by the present inverntion are, in general, human
and other pritmate subjects, snch as monkeys and apes for veterinary medicine
purposes. The subjects can be male or female and can be any suitable age, including
~inf:.«m’r, juvenile, adolescent, adult, and geriatric subjects.

The methods are useful in the treatment of, for example, hematologic
malignancy, melanoma, breast cancer, and other epithelial malignancies or solid
tumors. In some embodiments, the molecule associated with the disease or disorder
is selected from the proup consisting of orphan tyrosine kinase receptor ROR 1,
Her2, CD19, CD20, CD22, mesothelin, CEA, and hepatitis B surface antigen,

Subjects that can be treated include subjects afflicted with cancer, including
but not {imited to colon, lung, liver, breast, renal, prostate, ovarian, skin (including
melanoma), bone, and brain cancer, etc. In some embodiments the tumor associated
antigens or molecunles are known, such as melanoma, breast cancer, squamous cell
carcinoma, colon cancer, leukemia, myeloma, and prostate cancer, In other
embodiments the tumor associated molecules can be largeted with genetically
modified T cells expressing an engineered chimeric receptor. Examples include but
are not limited to B cell lymphoma, breast cancer, prostate cancer, and leukemia.

Cells prepared as described above can be utilized in methods and
compositions for adoptive immunotherapy in accordance with known techniques, or
variations thereof that will be apparent to those skilled in the art based on the instant
disclosure.

In some embodiments, the cells are formulated by first harvesting them from
their culture medium, and thena washing and concentrating the cells in a medium and
container system suitable for administration (a "pharmaceutically acceptable”
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carrier) in a treatment-effective amount. Suitable infusion medium can be any
isotonic medhmm formulation, typically normal saline, Normosol R {Abbott) or
Plasma-Lyte A (Baxter), but also 5% dextrose in water or Ringer's lactate can be
utilized. The infusion medimn can be supplemented with human serum albumin,
fetal bovine serum or other human serum components,

A treatment effective amount of cells in the composition is at least 2 cell
subsets {for example, 1 CD8+ central memory T cell subset and 1 CD4+ helper T
cell subset) or is more typically greater than 10 cells, and vp to 10°, up to and
including 10% or 10° cells and can be more than 10’ cells. The number of cells will
depend upon the ultimate use for which the composition is intended as will the type
of cells included therein. For example, if cells that are specific for a particular
antigen are desired, then the population will contain greater than 70%, generally
greater than 80%, 85% and 90-95% of such celis. For uses provided herein, the cells
are generally in a volume of a liter or less, can be 500 mls or less, even 250 mls or
100 mis or less. Hence the density of the desired cells is typically greater than 10°
celis/m1 and generally is greater than 107 cells/mi, generally 10® celis/ml or greater.
The clinically relevant number of immune cells can be apportioned into multiple
infusions that cumulatively equal or exceed 106, 107, 108, i(}g, 10°%, 10" or 10" cells.

In some embodiments, the lymphocytes of the invention may be used to
confer immunity to individuals. By "immunity" is meant a lessening of one or more
physical symptoms associated with a response to infection by a pathogen, orto a
tumor, to which the lymphocyte response is directed. The amount of cells
administered is usually in the range present in normal individuals with immunity to
the pathogen. Thus, the cells are usually administered by infusion, with each
infusion in a range of from 2 cells, up to at least 10° to 3x10'° cells, preferably in the
range of at least 107 to 10° cells. The T cells may be administered by a single
infusion, or by multiple infusions over a range of time. However, since different
individuals are expected to vary in responsiveness, the type and amount of cells
infused, as well as the number of infusions and the time range over which multiple
infusions are given are determined by the attending physician, and can be
determined by routine examination. The generation of sufficient levels of T
lymphocytes (including cytotoxic T lymphocytes and/or helper T lymphocyies) is
readily achievable using the rapid expansion method of the present invention, as
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exemplified herein, See, e.g., US Patent No. 6,040,177 to Riddell et al. at column 17.

In embodiments, the composition as described herein are administered
intravenously, intraperitoneally, intratumorly, into the bone marrow, into the fymph
node, and /or into cerebrogpinal fluid. In embodiments, the chimeric receptor
engineered compositions are delivered to the site of the tumor. Alternatively, the
compositions as described herein can be combined with a compound that targets the
cells to the tumor or the immune system compartments and avoid sites such as the
fung. A

In embodiments, the compositions as described hetein are administered with
chemotherapeutic agents and/or immunosuppressants, In an embodiment, a patient is
first treated with a chemothérapeutic agent that inhibits or destroys other immune
cells followed by the compositions described herein. In some cases, chemotherapy
may be avoided entirely.

The present invention is illustrated further in the examples set forth below.
EXPERIMENTAL
Exampie L. Castomizing spacer domain length and scF;v affinity for optimal
recogrition of ROR1 with chimeric receptor modified T cefls

We constructed chimeric receptors specific for the RORI molecule that is
expressed on a large number of human malignancies including chronie lymphooytic
leukemia, mantle cell lymphoma, acute lymphoblastic leukemia, and breast, lung
prostate, pancreas and ovarian cancer. The ROR1 chimeric receptors were designed
from RORI specific scFVs with different affinities and containing extracellnlar
1gG4-Fe spacer domains of different lengths. The ability of T-cells expressing each
ROR-1 specific chimeric receptor to recognize ROR1 ™ hematopoietic and epithelial
tumors in vitro, and to eliminate human mantle cell lymphoma engrafted into
immunodeficient mice was analyzed.
Materials and Methods
Human subjects

Peripheral blood mononuclear cells (PBMC) were obtained from healthy
donors and patients after written informed consent on research profocols approved
by the Institutional Review Board of the Fred Hutchinson Cancer Research Center
(FHCRC).
Cell lines
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The K562, Raji, JeKo-1, MDA-MB-231, MDA-MB-468, and 2937 cell lines
were obtained from the American Type Culture Collection. Dr. Edus H. Warren
(FHCRC) kindly provided the renal cell cancer lines FARP, TREP and RWL.
K562/ROR1 and Raji/ROR1 were generated by lentiviral transduction with the full-
length ROR!-gene. To derive JeKo-1/ffluc, native JeKo-1 cells were transduced
with a lentiviral vector encoding the firefly luciferase (fffuc)-gene vpstream of a T2A
sequence and eGFP. The transduced JeKo-1 cells were sorted for eGFP expression,
and expanded for in vivo experiments.

Immunophenotyping

PBMC and cell lines were stained with the following conjugated mAbs:
CD3, Ch4, CD5, CD8, CD19, Cb28, CDd-SRO, CD62L, CD314 (NKG2D),
MICA/B and matched isotype controls (BD Biosciences). Propidium iodide (PY)
staining was performed for live/dead cell discrimination. Cell surface expression of
RORI1 was analyzed using a polyclonal goat anti-human-ROR1 antibody (R&D
Systems).

Surface expression of 2A2 RORIchimeric reeeptor was analyzed vsing a
polycional goat anti-mouse-igG antibody (Fab-specific) (Jackson ImmunoResearch).

Flow analyses were done on a FACSCanto®, sori-purifications on a FACSAriall®@

~ {Becton Dickinson) and data analyzed using FlowJo® software (Treestar).

Vector comstruction and preparation of chimerie receptor encoding lentivirus
RORI-specific and CD19-specific chimeric receptors were constructed using VL
and VH chain segments of the 2A2, R12, and R11 mAbs (ROR1) and FMC83 mAb
{CD19). (Variable region sequences for R11 and R12 are provided in Yang et al,
Plos One 6(6):¢21018, June 15, 2011) Each scFV was linked by a (G4S):(SEQ ID
NO:12) peptide to a spacer domain derived from IgG4-Fe (Uniprot Database:
PO1861,SEQ ID NO:13) comprising either ‘Hinge-CH2-CH3” (229 AA, SEQ ID
NG:), ‘Hinge-CH3’ (119 AA,SEQ IDNG:) or ‘Hinge’ only (12 AA,SEQ. ID NO:4)
sequences (Figure 1). Al spacers contained a S=> P substitution within the ‘Hinge’
domain located at position 108 of the native 1gG4-Fc protein, and were linked to the
27 AA transmembrane domain of human CD28 (Uniprot: P10747, SEQ 1D NO:14)
and to a signaling module comprising either (i) the 4] AA cyioplasmic domain of
human CD28 with an LL%GG substitution located at positions 186-187 of the
native CD28 protein (SEQ 1D NO:14)or (ii) the 42 AA cytoplasmic domain of
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human 4-1BB (Uniprot: Q07011, SEQ ID NO:15), each of which was linked to the
112 AA cytoplasmic domain of isoform 3 of human CD3E (Uniprot: P20963, SEQ
ID NO;16). The construct encoded a T2A ribosomal skip element (SEQ TD
NO:8))and a tEGFR sequence (SEQ ID NO:9) downstream of the chimeric receptor.
Codon-optimized nucleotide sequences encoding each transgene were synthesized
(Life Technologies) and cloned into the epHIV7 lentiviral vector

RORI-chimeric receptor, CD19-chimeric receptor or tEGFR-encoding
lentiviruses were produced in 293T cells using the packaging vectors pCHGP-2,
pCMV-Rev2 and pCMV-G, and Calphios® transfection reagent (Clontech).
Generation of T~cell lines expressing ROR1 and CD19-chimeric receptors

CD8Y CD45SROT CD62LT central memory T-cells (Tewg) or bulk CD4" T-
cells were sorted from PBMC of normal donors, activated with anti-CD3/CD28
beads (Life Technologies), and transduced on day 3 after activation by
centrifugation at 800 g for 45 min at 32°C with lentiviral superpatant (MOT = 3)
supplemented with 1 pg/mL polybrene (Millipore). T-cells were expanded in RPMI
with 10% human serum, 2 mM L-glutamine and 1% penicillin-streptomycin (C1L
medivm), supplemented with recombinant human 1L-2 to a final concentration of 50
U/mL. The tEGFR" subset of each T-cell line was enriched by immunomagnetic
selection with biotin-conjugated anti-EGFR mAb (ImClope Systems) and
streptavidin-beads {(Miltenyi). ROR1-chimeric receptor and tEGFR conirol T-celis
were expanded using a rapid expansion protocol (Riddell SR, Greenberg P, The use
of anti-CD3 and anti-CD28 monoclonal antibodies to clone and expand human
antigen-specific T cells J Immunol Methods. 1990;128(2):189-201. Epub
1990/04/17.), and CD19-chimeric receptor modified T-cells were expanded by
stimulation with irradiated (8,000 rad) B-LCL at a T-cell:LCL ratio of 1:7. T-cells
were cultured in CTL medium with 50 U/mL IL-2,
Cytotoxicity, cytokine secretion and proliferation assays

Target cells were labeled with ' Cr (PerkinElmer), washed and incubated in
triplicate at 1-2x10° cells/well with effector chimeric receptor modified T-cells at
various effector to target (E:T) ratios. Supernatants were harvested for y-counting
after a 4-hour incubation and specific lysis calculated using the standard formula,
For analysis of cytokine secretion, 5x10" T-cells were plated in triplicate with target
cells at an B:T ratio of 1;1 (primary CLL), 2:1 (Raji/ROR; JeKo-1), 4:1
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(K562/ROR1, K562/CD19 and K562) or 10:1 (MDA-MB-231), and IFN-y, TNF-a
and IL-2 measured by ELISA or multiplex cytokine immunoassay (Luminex) in
supernatant removed after 24-h incubation. In experiments blocking NKG2D
signaling, anti-NKG2D (clone 1D11), anti-MICA/B {clone 6D4, all from BD) and
anti-ULBP (kindly provided by Dr. Veronika Groh, FHCRC) were used at saturating
concentrations. For analysis of proliferation, T-cells were labeled with 0.2 pM
carboxyfluorescein succinimidyl ester (CFSE, Invitrogen), washed and plated in
tripiicate with stimulaior cells in medium without exogenous.cytokines. After 72-h
incobation, cells were labeled with anti-CD8 mAb and PI, and analyzed by flow
cytometry to assess cell division of live CD8" T-cells.

Experiments in NOD/SCID/ye™™ (NSG) mice A

The Institutional Animal Chimeric receptor and Use Committee approved all
mouse experiments. Six- to 8-week old female NOD.Cg-Prkde®™ Ti2rg™ *SzJ
(NSG) mice were obtained from the Jackson Laboratory or bred in-house. Mice
were injected with 0.5x10° JeKo-1/ffluc tumor cells via tail vein and received a
subsequent tail vein injection of chimeric receptor-modified or control T-cells.

For bicluminescence imaging of tumor growth, mice received intraperitoneal
injections of luciferin substrate (Caliper Life Sciences) resuspended in PBS (15 pg/g
body weight), Mice were anesthetized with isoflurane and imaged using an Xenogen
1VIS Imaging System (Caliper) 10, 12 and 14 minutes after the injection of luciferin
in small binning mode at an acquisition time of 1 s to 1 min to obtain unsaturated
images. Luciferase activity was analyzed using Living Tmage Software (Caliper) and
the photon flux analyzed within regions of interest that encompassed the entire body
or the thorax of each individval mouse.

Statistical analyses

Statistical analyses were performed using Prism Software (GraphPad®).
Student’s t-test was performed as a two-sided paired test with a confidence interval
of 95% and results with a p-value of p<0.05 were considered significant. Statistical
analysis of survival were done by log-rank testing and results with a p-value of
p<0.05 considered significant.

Results
Truncating the spacer domain of the 242 ROR1-chimeric recepior confers
superior recognition of RORI" tumors
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We previously reported the design of a ROR1-specific chimeric receptor
using the 2A2 scFV, which binds to an epitope in the NH2-terminal, membrane
distal Ig-like/Frizzled portion of ROR1-1. The initial 2A2 ROR1-chimeric receptor
had a long 229 AA spacer that included the “Hinge-CH2-CH3’ region of 1gG4-Fe,
and incorporated CD28 costimulatory and CD3( sigpaling domains (Hudecek M et
al. Blood, 2010). This chimeric receptor conferred specific recognition of ROR1"
fumaors, but we hypothesized that becanse of the membrane distal location of the
RORL1 epitope, truncating the spacer domain might enhance tumor recognition and
T-cell signaling, Therefore, we constructed 2 additional chimeric receptors in which
the TgG4-Fe spacer domain was sequentially deleted to derive “Hinge-CH3’ (119
AA, intermediate), and “Hinge-only’ (12 AA, short) variants. Each of the new
receptors contained the identical 2A2 scFV, and CD28 and CD3 signaling modules.
The transgene cassette included a truncated EGFR ({(EGFR) {o serve as a
transdvction, selection and in vive tracking marker for chimeric receptor-modified
T-cells.

We transduced purified CD8’ Tey with the 2A2 ROR1-chimeric receptors
containing fill length or truncated IgG4-Fe spacers, and with a tEGFR control
veotor. The mean transduction efficiency was 15% (range 9-22%), and transgene-
positive T-cells were enriched to uniform purity (>90%) on day 10 by selection for
tEGFR expression, and expanded (Figure 2A). Surface expression of each of the
chimeric receptors was confirmed by staining with F{ab}-specific antibodies (Figure
24).

Analysis of the in vitro function of CD8" T-cells modified to express cach of
the 2A2 ROR1-chimeric receptors demonstrated that each receptor conferred
specific lysis of JeKo-1 MCL and primary CLL cells that naturally express ROR1,
and of K562 cells that had been transduced with ROR I, but did not confer
recognition of control ROR 1" targets (Figure 2B). T-cells expressing the short
‘Hinge-only’ 2A2 ROR {-chimeric receptor had maximum cytolytic activity, and a
hierarchy (short>intermediate>>long) of tumor lysis was ctearly evident against all
RORI™ tumor targets (F igure 2B), illustrating the importance of spacer domain
length on the recognition of ROR1 tumor cells. |

Anti-tumor efficacy of adoptive T-cell therapy correlates with proliferation

and survival of transferred T-cells, which could be altered by signaling through the
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chimeric receptor. We used CFSE dilution assays to analyze proliferation of T-cells
modified with each of the 2A2 ROR1-chimeric receptors after engagement of
Raji/ROR] or CLL, and found that the short spacer construct promoted the greatest
T-cell proliferation following stimulation (Figare 2C). To ensure that the enhanced
proliferation was not associated with greater activation induced cell death (AICD),
we also analyzed the proportion of 2A2 ROR 1 chimeric receptor modified T-cells
that stained with propidiam iodide (PI) after stimulation with Raji/ROR1 and JeKo-
1 tumor cells. We detected a much lower frequency of PI" CD8" T-cells in the T-cell
line modified with the short (Raji/ROR1: 17.2%/JeKo-1: 20.2%) compared to the
intermediate (41.6%/42.4%) and long {44.5%/48.5%) spacers.

Quantitative analysis of cytokine production in response to stimulation with
Raji/RORI and primary CLL cells showed production of [FN-y, TNF-q and I1-2 by
T-cells expressing each of the 2A2 ROR1 chimeric receptors. As chserved in
cytotoxicity assays, the short spacer construct was superior in mediating cytokine
secretion after tumor recognition (Figore 2D), Thus, this analysis shows that
fruncating the extracellular 1g(G4-Fe spacer domain of the 2A2 ROR1-chimeric
receptor leads to a significant increase in cytotoxicity, proliferation and in vifro
effector functions after tumor recognition.

The R1I scFv that Is specific for a membrane proximal epitope in the RORI
Kringle domain requires a long extracellular spacer domain.

We transduced purified CD8" T cells with ROR 1-chimeric receptors
containing the R11 scFv that is specific for the Kringle domain of RORI and
containing full length or truncated IgG4-Fe spacers (CH3 and hinge only). The
transduction efficiency with each of the short (IgG4 hinge only), intermediate (1g(G4
hinge/CH3), and long (IgG4 hinge/CH2/CH3) vectors was comparable {45-51%) as
measured by EGFR expression. (Figure 3A). T cells transduced with each of the
vectors were assayed for cytolysis (Figure 3 B), proliferation (Figure 3C), and
cytokine production (Figure 3D} in response to leukemia or lymphoma celis that did
ot did not express ROR1. As shown, only T cells fransduced with the R11 chimeric
receptor containihg a long spacer sequence were able to efficiently recognize
RORI+ tumors and mediate effector functions.

RORI chimeric recepiors derived from a mAb R12 with higher affinity than 242

mediate superior anti-tumor reqctivity
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We next examined whether increasing the affinity of the scFV used to
construct the ROR? chimeric receptor might influence tumor recognition and T-cell
function. We generated ROR1 -specific chimeric receptors from the mAb R12 that
like 2A2, binds to an epifope in the NH2-terminal Ig/Frizzled domain of ROR1 but
with >50-fold higher monovalent binding affinity.

R12 RORI chimeric feceptors were constructed with both long and short
TgG4-Fe spacers 1o determine whether the optimal spacer design for this higher
affinity scFV differed from that for a lower affinity scFV. We found that similar to
2A2, the short spacer R12 ROR1 chimeric receptor conferred improved cytolytic
activity, cytokine secretion and proliferation (data not shown), suggesting that the
shorter spacer length provides superior spatial engagement of the T-cell and ROR1"
target cell for T-cell activation.

We then designed R12 and 2A2 ROR1 chimeric receptors that contained an
optimal (short) extracellular spacer, and either a CD28 or 4-1BB costimulatory
domain in tandem with CD3( (4 constructs) for comparison (Figure 4A.B). These
ROR -chimeric receptor constructs were expressed in purified CcDg* Tc;\,; of healthy
donors, and we confirmed equivalent transgene expression by IEGFR staining
{Figare 5A). T-cells modified wfth each of the 2A2 and R12 ROR I-chimeric
receptors specifically lysed K562/ROR1 and Raji/ROR1 tumor cells with
approximately equivalent efficiency (Figure 5B). However, analysis of cytokine

production showed that the high affinity R12 ROR ! chimeric receptors that

production compared to the corresponding 2A2 constructs (Figure 5C). We found
that T-cells expressing chimeric receptors with a CD28 costimulatory domain
produced more IFN-y, TNF-u and IL-2 compared to those with 4-1BB.
Experiments to analyze the preliferation of ROR1 chimeric receptor T-cells
showed a higher percentage of proliferating T-cells and a higher number of cell
divisions in T-cells expressing the high affinity R12 ROR1 chimeric receptors with
CD28 and 4-1BB domain compared to T-cells expressing the respective 2A2
counterparts (Figure 4D). There was more vigorous proliferation in T-cells that
expressed chimeric receptors with a CD28 domain, consistent with higher 1L-2
production induced by these receptors. There was a lower frequency of AICD as
measured by PI staining in T-cell lines medified with R12 compared to 2A2 ROR1-
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chimeric receptors after stimulation with Raji/ROR1 and JeKo-1 tumor cells
respectively (R12: 5.6%/6.9% vs. 2A2: 10%/9.65%). T-cell lines that expressed
chimeric receptors with a CD28 domain also had lower AICD compared to 4-1BB in
response to Raji/ROR1 and JeKo-1 tumor cells respectively (R12: 16.4%/18.4% vs.
2AZ 38.1%/39.6%).

To determine if the enhanced function observed with R12 ROR1 chimeric
receptors in CD8" T-cells extended to CD4™ T-cells, we transduced bulk CD4" T-
celis with the 2A2 and R12 ROR1 chimeric receptors containing the short spacer
and CD28 costimulatory domain. In response to Raji/ROR1 tumor cells, CD4" T-
cells that expressed the high affinity R12 scFV produced higher levels of IFN-y,
TNF-(L, 1L-2, lL-4, and IL-10, and underwent greater proliferation than CD4" T-cells
that expressed 2A2 (Figure 5A,B). Both cytokine production and proliferation was
superior in CD4" compared to CD8" T-cells modified with the same ROR1 chimeric
recepiors, In summary, our data demonsirate that tailoring both the length of the
non-signaling exfracellular chimeric receptor spacer domain and scFV affinity are
independent parameters that affect the function of ROR1-chimeric receptor T-cells.
D8 T-celly modified with a high affinity RORI chimeric receptor have
comparable activity to a CD19 chimeric recepior againsi primary CLL in vitro

ROR1 and CDI19 are both uniformly expressed on all primary CLL (Figure
6A), however the absolute number of ROR1-molecules per tumor cell is estimated to
be 10-fold lower than that of CD19, which has been successfully targeted in clinical
trials with CD19 chimeric receptor [-cells. We compared recognition of primary
CLL by CD8" T-cells expressing the optimized R12 and 2A2 ROR1 chimeric
receptors, and a CD19 chimeric receptor derived from the FMC63 scFV.

We used purified CD8" Tey for chimeric receptor-modification to provide a
uniform cell product and each chimeric receptor contained a short IgG4-Fo ‘Hinge-
only’ spacer and 4-1BB costimulatory domain. We confirmed our CD19 chimeric
receptor (IgG4 Hinge) was at least as and more effective in recognizing CD19"
tumors as a CD19 chimeric receptor with CD8a Hinge spacer and 4-1BB
costimulatory domain that is being used in ongoing clinical trials. (Figure 20). T
cells expressing CD19 chimeric receptors with 4-1BB and CD3zeta and a modified
1gG4-Fe hinge exhibit superior in vitro and in vivo function compared to T cells
expressing CD19 chimeric receptors with 4-1BB and CD3zeta and a CD8 alpha
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hinge. Tn Figure 20D, in vivo antitumor activity of T cells expressing a CD19
chimeric receptor with an IgG4 Fe hinge (group 1) or CD8 alpha hinge (group 2)
and T celis that express tEGFR alone (group 3) in NSG mice inoculated with Raji
tamor cells expressing firefly luciferase (fftue) were compared. Mice were imaged
17 days after tumor inoculation and 10 days after T cell inoculation. The data shows
greater tumor burden in mice treated with control tBGFR T cells (group 3) or with
CD19 chimeric receptor CD8 alpha hinge T cells (group 2} compared with mice
treated with CD19 chimeric receptor 1gG4 Fe hinge T cells (groop 1).

The cytolytic activity of R12 ROR1 chimeric receptor T-cells against
primary tumor cells from multiple CLL patients (n=4) was higher compared to T-
cells modified with the lower affinity 2A2 ROR1 chimeric receptor, and equivalent
to the fysis observed with CD19 chimeric receptor T-cells (Figure 6B). Muiijlniex

cytokine analysis showed nearly equivalent production of IFN-y and TNF-g, but less

1L-2 production by CD8" T-cells expressing the R12 ROR1 compared with those

expressing the CD19-chimeric receptor after co-culture with primary CLL (Figure
6C). 2A2 RORI chimeric receptor T-cells produced lower amounts of all cytokines
than R12 RORI1 chimetic receptor T-cells as noted previously, Cytokine production
by all of the chimeric receptor-transduced T-cells after stimulation with CLL was
substantially less than with Raji/ROR1, which unlike CLL expresses both CD80 and
CD86 that can engape CD28§ expressed on chimeric receptor T-cells (Figure 6A, C).
We observed less proliferation of T-cells expressing the R12 and 2A2 ROR1
chimeric receptor comparad to the CD19 chimeric receptor after stimulation with
CLL (CD19>R12>2A2) (Figure 6D). We hypothesized that proliferation of CD8"
RORI chimeric receptor T-cells in response to CLL may be augmented in the
prescnce of chimeric receptor-modified CD4™ T-cells because of their higher
secretion of LL-2 compared to CD8" Ty (Figure 4A; Figure 8A). To test this
possibility, we performed in vitro co-culture experiments where CD4” and CD8 Tey
were separately modified with the R12 ROR1, 2A2 ROR1 and CD19 ¢chimeric
receplors respectively, enriched for chimeric receptor expression, and combined at a
1:1 ratio to ensure equivalent proportions of CD8" and CD4™ T-cells modified with
each of the vectors. These cells were CFSE-labeled and stimulated with primary
CLL. We observed a dramatic increase in profiferation of CD8" R12 ROR1 chimeric

receptor T-cells after addition of chimeric receptor-transduced, but not untransduced
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CD4" T-cells (Figure 8B). Notably, when provided with CD4-help, we observed
equivalent proliferation of R12 ROR1 and CD19 chimeric receptor CD8' T-cells in
response to CLL, whereas proliferation of CD8" T-cells expressing the lower
affinity 2A2 ROR1 chimeric receptor remained less. Collectively, our data show that
the high affinity R12 ROR1 chimeric receptor confers superior reactivily compared
to 2A2 against p:‘imafy CLL cells in vitro.

ROR I-chimeric receptor T-cells mediate in vivo arti-tumor activity in a mouse
maodel of systemic mantie ceil lymphoma

1t remained uncertain whether the superior i vigro activity of T-cells
modified with the higher affinity R12 chimeric receptor would translate into .
improved anti-tumor activity in vivo, and how targeting ROR1 would compare to
targeting CD19. To address these questions, we inoculated cohorts of
immunodeficient NSG mice with the human MCL line JeKo-1/ffluc by tail vein
injection, and seven days later when tumor was disseminated, treated the mice with a
single intravenous dose of R12 ROR1, 2A2 ROR1 or CD19 chimeric receptor CD8"
T-cells, Conirol mice were treated with {tEGFR T-cells or untreated. Al chimeric
receptors had the optimal short spacer and the 4-1BB costimulatory domain.
Untreated NSG/FeKo-1 mice developed a rapidly progressive systemic lymphoma
necessitating euthanasia approximately 4 weeks after tumor inoculation (Figure 9A-
C).

We observed tmmor regression and improved survival in all mice treated with
RI2 ROR1, 242 ROR1 and CD19 chimeric receptor T-cells. Mice treated with R12
RORI chimeric receptor T-cells had a superior anti-tumor response and survival
compared to nrice treated with 2A2 ROR1 chimeric receptor T-cells (p<0.01), and
comparable anti-tumor activity to mice treated with CD19 chimeric receptor T-cells
{Figure 9A-C).

We analyzed the frequency of chimeric receptor T-cells in the peripheral
blood following adoptive transfer and detected higher numbers of tEGFR" T-cells in
mice treated with the R12 RORI chimeric receptor compared to the 2A2 ROR1
chimetic receptor, suggesting mote vigorous proliferation in vive improved tumor
control. To confirm this, we administered CFSE-labeled C1319 chimeric recepior,
R12 and 2A2 ROR] chimeric receptor T-cells to cohorts of NSG mice bearing

JeKo-1/fflue, and analyzed T-cell proliferation in the peripheral blood, bone marrow
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and spleen 72 hours after transfer. A higher percentage of the R12 and CD19
chimeric receptor T-cells proliferated and underwent a greater number of cell
divisions compared to 2A2 RORI1 chimeric receptor T-cells (Figure 9D). The JeKo-
1 tumor eventually recurred in all mice treated with ROR1 or CD19 chimeric
receptor T-cells (Figure 9A-C), Tumor recurrence was not a result of the selection of
ROR1 or CD19 loss variants, as recurrent tumors were positive for both molecules.

For comparison, we analyzed anti-tumor efficacy of CD19 chimeric receptor
T-cells in NSG mice engrafted with Raji tumors and observed complete tamor
eradication, indicating the 1:ecurrence of JeKo-1 reflects difficulty eradicating this
tumor {data not shown). In summary, this data is the first fo show that ROR1
chimeric receptor T-cells have anti-tumor efficacy in viva, and suggest that for B-
cell malignancies, an optimized ROR1 chimeric receptor such as R12 may be
effective and spare normal CD19" B-cells that lack ROR1 expression,
T-cells expressing the RI2 ROR1 chimeric receptor have superior reactivity
compared to 242 against RORI" epithelial tumor cells

ROR1 has been detected on many epithelial tumors, although it is unknown
whether ROR1 expression is sufficient for recognition by ROR1 chimeric receptor
T-cells. Using flow cytometry, we confirmed ROR1 expression on breast cancer
lines MDA-MB-231 and 468, and on the renal cell carcinoma lines FARP, TREP,
and RWT (Figure 10A). We then analyzed tumor recognition by CD8" T-cells
transduced with the R12 RORI chimeric receptors with the optimal short spacer and
4-1BB domain, and obscrved efficient recognition of MDA-MB-231, MDA-MB-
468, FARP, TREP and RWL (Figure 11A}. We analyzed cytokine secretion and
proliferation of T-cells modified with the R12 and 2A2 ROR1-chimeric receptors
after co-culture with MDA-MB-231, and observed greater cytokine production and
profiferation with the R12 ROR1 chimeric receptor (Figure 11 B, C). Similar 1o
what we observed with ROR1" B cell malignancies, the superior activation of R12
RORI chimeric receptor T cells after stimulation with MDA-MB-231 was not
associated with increased AICD (R12: 9.8% vs. 2A2: 10.9%).

| Discussion

RORI has attracted interest as a potential target for cancer immunotherapy

due to its expression on the surface of many B-lymphoid and epithelial cancers,

including subsets of lung, colorectal and renal cell cancer. We previously showed
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that CLL and MCL were specifically recognized by T-cells modified to express a
RORI1-specific chimeric receptor (Hudecek M, et al. Blood, 2010;116(22):4532-41.
Epub 2010/08/13). The design and function of ROR1-chimeric receptors has been
improved through modification of the extracellular spacer domain and deriving the
chimeric receptor from a scFV of higher affinity, and demonstrate that T-cells
modified with designed ROR1 chimeric receptors have in vivo activity against
ROR1" B-cell lymphoma and in vitro activity against a wide range of epithelial
tumors.

We compared the function of T-cells modified with ROR! chimeric
receptors derived from the 2A2 mAb that contained either the original long IgG4-Fo
‘Hinge-CH2-CHY’ spacer that we have shown enables high level cell swrface
expression, or truncated intermediate “‘Hinge-CH3” and short ‘Hinge-only’ spacer
variants. We preserved the 12 AA Hinge domain in our short spacer construct based
on prior data that a flexible spacer was required for separating the scFV from the T-
cell membrane and allowing antigen recognition on tumor cells ( Fitzer-Attas CJ, et
i].,H’amessin.g Syk family tyrosine kinases as signaling domains for chimeric single
chain of the variable domain receptors: optimal design for T cell activation. J
Irmmunol. 1998;160(1):145-54. Epub 1998/04/29.)

Our studies with the 2A2 ROR1 chimeric receptor show that T-cell cytokine
secretion and proliferation after tumor cell recognition are superior with the ‘
intermediate and short spacer constructs compared to the long spacer construct.
Staining with anti-F(ab) Abs showed equivalent chimeric receptor expression of all
three receptors, demonstrating the improved T-cell function with the short spacer
chimetic receptor was not due to differences in chimeric receptor density. This data
supports the principle that the design of extracellular spacers should be tailored for
each target molecule and epitope,

The affinity of the scFV selected for designing a chimeric receptor is an
additional parameter that could affect T-cell recognition, We generated and
characterized a panel of ROR-specific mAbs of different affinities and s_e]ected the
R12 mAb, which recognizes an epitope in the Ig-like/Frizzied region as 2A2, Ri2
has a higher affinity for RORI-protein due to a much slower dissociation. The R12
chimeric receptor, like the 2A2 chimeric receptor conferred optimat T-cell
recpgnﬁtion and function when designed with a short extracellular spacer. A direct
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comparison of proliferation and cytokine production after tumor engagement by T-
cells modified with the 2A2 and R12 chimeric receptors demonstrated that the R12
chimeric receptor derived from the higher affinity mAb was superior. We were
concerned that the slower dissociation of R12 from ROR1 could prolong T-cell
activation and confer an increased susceptibifity to AICD, However, we detected a
lower rate of AICD in T-cells modified with the R12 ROR 1-chimeric receptor
compared to 2A2, demonstrating that the increased affinity of R12 had no
detrimental effect on T-cell survival in our preclinical models.

RORI] has a potential advantage over CD19 as a target for CLL and MCL
since it is not expressed on normal mature naive and memory B-cells. However,
there is a lower number of ROR1 molecules on B-cell tumors compared with CD19
and it is uncertain if an optimized ROR] chimeric receptor would be as effective as
a CD19 chimeric receptor similar in design to those being used in the clinic.
Unfortunately, B-cell tumor xenograft models used previously in NSG mice to
evaluate the function of CD19 chimeric receptor T-cells incSndh]g Raji, Daundi and
Nalm-6, are not derived from CLL or MCL and do not constitutively express RORT.
Thus, to compare targeting CD19 and ROR1 in vivo, we used the JeKo-1 MCL cell
tine, which naturally expresses both CD19 and ROR1 and engrafis in NSG mice. To
make our model clinically relevant, we inoculated JeKo-1 lymphoma cells
intravenousty to generate systemic tumors, and treated mice with T-cell products of
uniform consistency once tumors were esfablished. We found that T-cells expressing
the high affinity R12 chimeric receptor conferred equivalent anti-tumor activity i
vivo as CD19 chimeric receptor T-cells. Consistent with our i vitro analysis, the
R12 ROR1 chimeric receptor also mediated superior activity in vivo compared to the
optimal 2A2 ROR1-chimeric receptor. These resuits should be interpreted cautiously
since murine tumor models may not predict the efficacy of adoptive therapy in
clinical settings. However, the results suggest that ROR 1 warrants congideration as
an alternative to CD19, or 1o provide an additional target to minimize the potential
for CD19 loss variants to emerge. '

RORI1 appears to play a decisive role in survival of some epithelial tumors.
Thus, an advantage of targeting ROR1 is that a single chimeric receptor may be
useful to treat patients with a large number of hematopoietic and non-hematopoietic

{umors.
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chimeric receptor efficiently recognize epithelial cancers i vitro. Cytokine secretion
and T-cell proliferation'induced by ROR1" breast cancer cells were higher than that
induced hy leukemia cells, despite the absence of the CD80/86 costimulatory ligand.
The studies reported here demonstrate that the design of the extracellular spacer
domain and chimeric receptor affinity are parameters that can be modulated to
enhance the recognition of ROR 1 hematologic and epithelial tumors in vitro and in
vivo by RORI-chimeric receptor modified T-cells. The development of ROR1-
chimeric receptors with enhanced tumor reactivity provides the opportunity for
clinical applications in a varicty of human cancers.

Example 2 '

Effect of extracellular spacer domain length on triggering of tumor cell lysis
with a Her2-specific chimeric receptor that recognizes an epitope located
proximal to the tumor cell membrane.

The effect of CAR spacer length on recognition and triggering of tumor cell
recogaition by CD8+ human T lymphoéytes that expressed a HER2-specific
chimeric receptor was examined using similar methods to those described above for
RORI. [IER2-gpecific chimeric receptors were constructed using VL and VH chain
segments of a HERZ-specific mAb that recognized a membrane proximal epitope on
HER2 (Figure 12A), and the scF'Vs were linked to TgG4 hinpe/CH2/CH3, 1gG4
hinge/CH3, and IgG4 hinge only extracellular spacer domains and to the CD28
transmembrane domain, 4-1BB and CD3 zeta signaling domains (Figure 12B).
Primary CD8+ T cells were transduced with each of the HER2 chimeric receptors
and selected for expression of the EGFR transducton marker (Figure 12D).
Expression of the HER 2 chimeric receptors and the size of each receptor was
confirmed by Western Blot (Figure 12C). The T cells were then expanded with anti
CD3 mAb and feeder cells and examined for their ability to recognize HER24 tumor
cells, As observed with the R11 ROR 1 specific chimeric receptor, the HER2
chimeric recep{ar that contained a long extracetlular spacer domain conferred
superior T cell recognition of HER2+ tumor cells (Figure 12E).

Discussion

This example of the effect of extracellular spacer length on chimeric receptor

modified T cell recognition of tumor cells used a chimeric receptor comprising a
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scFy built from the Vg, sequences of the Herceptin chimeric mAb. Studies by Cho
et al WNature 421:756, 2003) localized to epitope location of Herceptin to a
membrane proximal location on the HER2 (ERRB?2) extraceHular domain (Figure
12A), Based on our understanding of the structure of human 1gG4 hinge:Fo
variants (Figure 12B), we hypothesize that a membrane proximal location of the
targeting epitope on an exiracellular tumor cell antigen would best recognized by
effector T cells that express a chimeric receptor encoding a long spacer, Our data
demonstrating a gradient of cytolytic activity from near back ground activity by T
cells expressing a short spacer Herceptin chimeric receptor, to intermediate activity
by T cells expressing a medium length spacer chimeric receptor, and maximal lysis
by T cells that expressed the long spacer chimerie receptor. Thus, the extracellular
spacer has definitive effects on tumor recoguition by T cells, and this data provides
further support for the need to tailor chimeric receptor design based on epitope
location of tumor expressed target molecules.
Exampie 3 -
Customizing spacer length and sequence for optimal recogrition and in vivo
efficacy of CD19 with chimeric receptor modified T cells.
Materials and Methods
Human sebjects

Blood samples were obtained from healthy donors who provided writien
informed consent to participate in research protocols approved by the Institutional
Review Board of the Fred Hutchinson Cancer Research Center (FHCRC), Peripheral
blood mononuclear cells (PBMC) were isolated by centrifugation over Ficoll-
Hypague (Sigma, St.Louis, MO), and cryopreserved in RPMI, 20% human serum
and 10% dimethyl sulfoxide,
Cell lines

The K562, Raji, JeKo-1, and 293T cell lines were obtained from the
American Type Culture Collection (Manassas, VA) and cultured as directed. A
lentivirus encoding the ffluc-gene upstream of a T2A sequence and eGFP was
produced in 2937 cells and used to transduce Raji and JeKo-1 tumor cells. Raji, and
JeKo-1 cells were expanded after lentiviral transduction and the eGFP positive
subset sort-purified.
Immunophenotyping
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PBMC and T-cell lines were stained with one or more of the following
conjugated monoclonal antibodies: CD3, CD4, CD8, CD25, CD45RA, CD45R0,
CD621., CD69 and matched isotype controls (BD Biosciences). Staining with
propidivm jedide (PI, BD Biosciences} was performed for live/dead cell
discrimination as directed by the manuafacturer. Flow analyses were done on a
FACSCanto, sort-purifications on a FACSAriall (Becton Dickinsen) and data
;zmaiyzed vsing Flow¥o software (Treestar).

Vector construction and preparation of CD19 chimeric receptor encoding
lentivirus

CD19 specific chimeric receptors were constructed nsing: (1) the VL and VH
chain segments of the CD19-specific mAb FMC63 {SEQ JD NO:3), linked by a
(G4S)s linker (SEQ ID NO:12)peptide (VL-linker-VH); (2) a spacer domain derived
from IgG4-Fe (Uniprot Database: PO1861, (SEQ 1D NG:13)) comprising either the
Hinge-CH2~ CH3 portion (229 AA, (SEQ ID NO:)) or Hinge only (12 AA, (SEQID
NO:4)). Both spacers contained a S — P substitution within the Hinge domain
located at position 108 of the native 1gG4-Fc protein; the 27 AA transmembrane
domain of human CD28 (Uniprot Database: P10747, (SEQ ID NO:14)); (4) a
signaling module comprising either (i) the 41 AA cytoplasmic domain of human
CD28 with an LL — GG substitution located at position 186-187 of the native CID23
protein (SEQ 1D NO:14) ; and/or (ii) the 42 AA cytoplasmic domain of human 4-
1BB (Uniprot Database: Q07011, (SEQ ID NO:15)); linked to (iii) the 112 AA
cytoplasmic domain of isoform 3 of human CD3{ (Uniprot Database: P20963, (SEQ
ID NO:16)}; the self cleaving TZA sequence (SEQ ID NG:8); and (6) a truncated
epidermal growth factor receptor (EGFR)sequence (SEQ TH NO:9).

Codon-optimized nucleotide sequences encoding each trans gene were
synthesized (LifeTechnologies, Carlsbad, CA) and cloned into the epHIV7 lentiviral
vector using Nhel and Not! restriction sites. The epHIV7 lentiviral vector had been
devived from the pHIV7 vector by replacing the cytomegalovirus promoter of
pHIV7T with an EF-] promoter,

CD19 chimeric receptor or tEGFR-encoding lentivirus was produced in 293T
cells co-transfected with the lentiviral vector and the packaging vectors pCHGP-2,
pCMV-Rev2 and pCMV-G using Calphos transfection reagent (Clontech). Medium

was changed 16 h after transfection, and lentivirus collected after 24, 48 and 72 h.
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Generation of T -cell lines expressing the CDI19 chimeric receptors

Sort-purified CDE" CD4SRA” CDASRO" CDA2L * central memory T -cells
(Tcna) of normal donors were activated with anti-CD3/ CD28 beads (Life
Technologies) according to the manufacturer's instructions, and transduced with
lentiviral supernatant (MOI = 3) supplemented with 1 pg/mL polybrene (Millipore)
on day 3 after activation by centrifugation at 2,100 rpm for 45 min at 32°C. T cells
were expanded in RPMI, 10% human serum, 2 mM L-glutamine and { % peniciilin-
streptomycin (CTL medium), supplemented with recombinant human (rh) IL-2 to a
final concentration of 50 U/mL every 48 h. After expansion, an aliquot of each
transduced T cell line was stained with biotin-conjugated anti-EGFR (epithelial
growth factor receptor) antibody and streptavidin-beads (Miltenyi), and tEGFR+'T
cells isolated by immunomagnetic selection.

The tEGFR+ T-celi subset was then stimulated with irradiated (8,000 rad)
T™ EBV-LCL ata T cell: LCL ratio of 1 :7, and expanded for 8 days in CTL
medium with addition of 50 UfmL rh IL-2 every 48 h.

Chromium releaée, cytokine secretion and CFSE proliferation assays

Target cells wore labeled with *'Cr {PerkinElmer) overnight, washed and
incubated in triplicate at 1-2x 10° cells/well with effector T cells at various effector
to target (E:T) ratios. Supernatants were harvested for v counting after a 4-hour
incubation and specific lysis calculated using the standard formuia. For analyses of
cytokine secretion, target and effector cells were plated in triplicate wells at an E:T
ratio of 2: 1 (Rajiy or 4: 1 (K562/CDI9 and K562), and INF-y, TNF-g, 1L-2, -4,
[L-6 and 1L-10 measured by multiplex cytokine immunoassay (Luminex) in
supernatant removed after a 24-hour incubation.

For analysis of proliferation, T cells were labeled with 0.2 pM
carboxyfluorescein succinimidyl ester (CFSE, Invitrogen), washed and plated in
triplicate wells with stimulator cells at a ratio of 2: 1 (Raji}or 4: 1 (K562/CD19 and
K3562) in CTL medium without exogenous cyiokines. After 72 h of incubation, cells
were labeled with anti-CD3 mAb and propidium iodide (PI) to exclude dead cells
from analysis. Samples were analyzed by flow cytometry and cell division of Tive
CD3+ T-cells assessed by CFSE dilution.

Experiments in NOD/SCID and NOD/SCID/ye™ (NSG) mice
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All mouse experiments were approved by the FRCRC Institutional Animal
Chimeric receptore and Use Commitiee. Six-to 8-week old female NOD.CB17-
Prkde®™ /¥ (NOD/SCID) and NOD.Cg-Prkdc™™ T12rg™¥/S2] (NSG) mice were
obtained from the Jackson Laboratory or bred in-house (FRCRC. Mice were injected
intravenously (i. v.) with 0.5 x 10° Raji-ffluc tumor cells via tail vein injection, and
received injections of chimeric receptor-modified T cells, control T cells, or PBS via
tail vein injection as indicated.

For bioluminescence imaging, mice received intraperitoneal (i.p.} injections
of freshly prepared luciferin substrate (Caliper Life Sciences, MA) resuspended in
PBS (15 pg/y body weight) and were then anesthetized with isoflurane in an
induction chamber. After induction of deep anesthesia, mice were imaged using an
Xenogen IVIS n Vivo Imaging System (Caliper Life Sciences, MA) at 10, 12 and
14 minutes post L.p. injection of lnciferin at an acquisition time of 1 second to 1
ntinute in small binning mode to obtain unsaturated images. Luciferase activity was
analyzed using Living Image Software (Caliper Life Sciences, MA) and the photon
flux analyzed within regions of interest that encompassed the entire bady of each
individual mouse.

Statistical analyses

Statistical analyses were performed using Prism Software (GraphPad, CA).
Student's t-test was performed as a two-sided test with a confidence interval of 95%
and results considered significant with a p-value of p<0.05. Statistical analysis of
survival were done by Log-rank testing and results considered significant with a p-
value of p<0.05.

Results
Preparation of polyclonal CD8” Tey-derived cell lines that express CD19 chimeric
receptors with long and short exiracellular spacers

We constructed individual lentiviral vectors encoding a panel of codon-
optimized CD 19 chimeric receptor genes to examine the influence of extracellular
spacer length on the in vitro function and in vivo antitumer activity of CD19
chimeric receptor-modified T cells. Each chimeric receptor was comprised of a
single chain variable fragment corresponding to the sequence of the CDi9-specific
mAb FMC63 (scFv: VL-VH), a spacer derived from 1gG4-Fe including either the
'Hinge-CH2-CH3' domain (229 AA, long spacer) or the 'Hinge' domain only (12
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AA, short spacer), and a signaling module of CD3{ with membrane proximal CD28
or 4-1 BB costimulatory demains, either alone or in tandem (Figure 13A). The
transgene cassette included a truncated BGFR (tEGFR) downstream from the
chimeric receptor gene and scparated by a cleavable T2A element, to serve as a
transduction, selection and in vivo tracking marker for chimeric receptor-modified T
cells.

We isolated a CD8+ CD45RO+ CD62LA central memory T cell (Tewm) cell
population by cell sorting from the blood of normal donors for transduction and
expansion, because of the superior ability of Tem to persist in vivo after adoptive
transfer. CD8&+ T cells were stimulated with anti C13/28 beads, transduced with
cach of the Ientiviral vectors, and expanded in culture for 18 days before being used
for in vitro and in vivo experiments. (Figure 13B) Similar transduction efficiencies
were achieved with each of the lentiviral vectors (mean 25%) and transgene-positive
T cells were enriched to uniform purity by immunomagnetic selection using a
biotinylated anti-EGFR mADb and streptavidin beads. Following tEGFR-enrichment,
each of the CD19 chimeric receptor T cell lines were expanded by a single
stimulation with CD19+B-LCL, without apparent differences in in vitro growth
kinetics between T cell lines expressing the various CD 19 chimeric receptor
constructs. After expansion, the tEGFR marker was expressed at equivalent levels
on >90% of the T cells transduced with each of the vectors (Figure 13C).

CD19 ehimeric receptors with long and short extracellular spacer dowain confer
specific anti-tumor reactivity in vitre

We compared the effector function of Toy-derived T cell lines modified to express
CD19 chimeric receptors with CD28 and 4-1BB costimulatory signaling moieties,
and either a short ('short/CD28";'short/4-1BB") or long ('long/CD28"; Hlong/4-1BB")
extracellular spacer domain respectively. I cells expressing each of the 4 CD19
chimeric receptor constructs conferred specific cytolytic activity against CD19™ Raji
and JeKo-1 lymphoma cells, and against K562 cells that had been stably transfected
with CI319, but not native CD19 K562 cells (Figure 14A). Quantitative analyses of
cytokine production in response to sﬁmuiation with K562/CD19 or Rajj tumor cells
by multiplex cytokine assay (Luminex) showed production of IFN-y, TNF-o, IL-2,
1L-4, TL-6, and 1L-10 by T cells expressing each of the CD19 chimeric receptors
(Figure 14B). T cells expressing CD19 chimeric receptors with a CD28
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costimulatory domain produced significantly higher levels of IFN~y, TNF-a, IL-2
and IL-10 compared to the corresponding constructs with a 4-1BB costimulatory
domain (Figure 14B, C). There was significantly higher TFN-y production and
significantly less IL-4 production by T cells expressing the CD19 'long/CD28
chimeric receptor cbmpaxed with those expressing the 'short/CD28' chimeric
receptor. Amongst the CD19 chimeric receplors with 4-1BB costimulatory signaling
module, we detected significantly higher levels of IFN~y, TNF -q, IL-2, IL-4, and
IL-10 secretion in T cells expressing the construct with the short spacer domain
(Figure 14B, C).

We used CFSE dye dilution to analyze proliferation of T cells modified with
each of the CD 19 chimeric receptors afier engagement of CD 19+ tumor cells.
Specific and vigerous proliferation of each of the CD19 chimeric receptor T cell
lines was observed 72 hours following stimulation with either K562/CD19 or Raji.
The average number of cell divisions was higher for CD19 chimeric receptor T cells
with a CD28 costimulatory domain compared to those with 4-1BB, consistent with
greater TL-2 production by T cells expressing 2 CID28 containing chimeric receptor
(Figure 14B-D). We also analyzed the proportion of chimeric receptor T cells that
underwent activation induced cell death after stimulation with K562/CD19 and Raji
tumor cells at the end of the 72-hours by costaining the culture with CD3+ and PL
We detected a higher frequency of CD3" CD8™ PI” T cells in the CD 19 chimeric
recepior cell line 'long/4-1 BB, but few P+ cells were observed with the other
CD19 chimerie receptors, (Figure 14E).

This analysis of in vitro effector functions was consistent with prior studies
that have compared CD28 and 4-1BB costimulatory domains, and did not reveal
differences in T celi function that would suggest that a particular CD19 chimeric
receptor constract from this panel would lack anti-tumor efficacy in vivo,

T cells expressing CDI9 chimeric receptors with short extracellular spacer
domains but not long extrocellular spacer domains eradicate Ruji tumors in
inununodeficient mouse models

We next evaluated the in vivo antitumor efficacy of T cells modified with
cach of the CD19 chimeric receptors in immunedeficient (NOD/SCID) mice
engrafted with firefly luciferase transfected Raji cells (Raji-ffluc), which enables
sequential quantitative analyses of tumor burden and distribution using
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bioluminescence imaging, NOD/SCID mice inoculated with 0.5x10° Raji-ffluc cells
via tail vein injection developed disseminated lymphorma, which if untreated led to
hind limb paralysis after approximately 3.5 weeks, necessitating euthanasia. Tumor
bearing mice were treated with 2 doses of CD8+ Ty-derived T cells modified with
each of the CD19 chimeric receptors or with a tEGFR control vector administered
on day 2 and day 9 after tumnor inoculation (Figure 15A).

Surprisingly, only T cells modified to express CD19 chimeric receptors with
short extracellular spacer domain ("short/CD28' and 'short/4-18BB') eradicated Raji
tumors in this model, whereas mice treated with T cells expressing CD 19 chimeric
receptors with long spacer ('long/CD28' and 'long/4-1BB") developed systemic
lymphoma and hind limb paralysis with nearly identical kinetics as untreated mice
or mice treated with control tEGFR+ T cells (Figure 15B, C). The striking difference
in antitumor activity between CD19 chimeric receplors with short and long spacer
domains was highly significant and reproducible in multiple experiments with
chimeric receptor T cell lines generated from 3 different normal donors,

The NOD/SCID lymphoma model may be suboptimal for predicting anti-
tumor activity in a clinical setting because of the short interval between tumor
inoculation and T cell administration and the greater resistance to engrafiment of
human cells compared to more immunodeficient mouse strains such as
N‘OD/SCin’yc"'“ (NSG). Thus, we evaluated antitumor activity of adoptive therapy
in a more clinically relevant model in which Raji-ffluc lymphoma was established in
NSG mice, and the CD19 chimeric recepior T cells were administered after 7 days
when the tumor was readily detectable in the bone marrow by bioluminescence
imaging (Figure 16A). We performed initial dose titration experiments to determine
the minimal dose of T cells transduced with the CD19 'short/4-1BB' chimeric
receptor that was required for eradication of established Raji tumors. A single dose
of 2.5x10° T cells expressing CD19-chimeric receptor 'short/4-1BB' promoted
complete regression of established Raji tumors and resuited in long-term {umor-free
survival in 100% of mice (Figure 16B,C). At the 2.5x10° dose level, the T-cells were
easily detected in the periplhieral biood of NSG mice for at least 3 weeks following
adoptive transfer and tumor eradication. Thus, this model enabled comparative
studies both of antitumor activity and persistence of T cells modified with each of

the CD19-chimeric receptors in our panel (Figure 16D).
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We then treated cohoris of NSG mice that were engrafted with Raji
Iymphoma with PBS alone, with a single dose of 2.5x10° T cells expressing each of
the CD19 chimeric receptors or with T cells modified with a tEGFR encoding
control vector (Figure 17A). In this model of established lymphoma, T cells
expressing CD19 chimeric receptors with a short extracellular spacer domain and
either 4- 1BB or CD28 costimulatory domains (‘short/CD28' and 'short/4-1BB')
mediated complete tumor regression over 7-10 days and all mice survived tumor
free for >56 days. By coniras%, mice freated with T cells modified to express CD19
chimeric receptors with a long spacer domain (long/CD28' and 'long/4-1BB")
exhibited tumor progression and had to be sacrificed at a similar time as mice that
had received control tEGFR T cells (Figure 17B, C). The lack of in vivo antitumor
activity of the chimeric receptor constructs with long spacers was unexpected given
the ability of T cells expressing these constructs to lyse tumor cells in vitro, and the
enhanced IL-2 production and proliferation after engagement of T cells expressing
the 'long/CD28 CD19 chimeric receptor compared to the 4-1BB constructs.

To p}ovide insight into the basis for the lack of efficacy, we performed
sequential flow cytometry on peripheral blood samples of mice at intervals after the
T cell infusion. All mice treated with T cells expressing the 'short/CD28' and »
'short/4-1BB* CD19Y chimeric receptors had significantly higher levels of transferred
T cells in the blood at all time points after adoptive transfer, compared to mice
treated with T cells that expressed corresponding CD19 chimeric receptors with long
extracellular spacer (p<0.01) (Figure 17D). We did not ebserve significant
differences in T-cell persistence in the pertphberal blood of mice that had received T
cells expressing CD19 chimeric receptors with CD28 or 4-1BB co-~stimulatory
domains and short spacer domaing (Figure 17D).

The in vivo anti-tumoy efficacy of CD19 chimeric recepiors with long spacers is
not improved by incrensing T cell dose or providing an additional costimulatory
domain

The lack of in vivo amti-tumor efficacy and the lower level of persisting
chimeric receptor T cells in mice treated with T cells modified with CD19 chimeric
1*ecepfors with long spacer domains suggested that efficacy might be improved by
increasing the chimeric receptor T cell dose or by including both CD28 and 4- [BB

domains into the chimeric receptor to augment costimulatory signaling. To evaluate
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this possibikity we modified CD8+ Ty with "fong/CD28', 'short CD28', and
Tong/CD28_4-1BB' CD19 chimeric receptor vectors and confirmed that the
long/CD28  4-1BB' CD19 chimeric receptor conferred specific lysis and cytokine
production in vifro afier recoguition of CD19+ target cells (Figure 18A-C).
Consistent with previous studies of CD19 chimeric receptors, the level of cytokine
production and proliferation in vitro in T cells expressing the CD28_ 4-1BB' CDI9
chimeric receptor was inferior compared to the identical construct with CD28 alone,
and superior to T cells expressing the long 4-IBB' CD19 chimeric receptor (Figure
188, C).

Groups of NSG mice with established Raji tumors were then treated with a
high dose of T cells (10 x1 0° } T cells expressing the Tong/CD28' CD19 chimeric
receptor, the 'long/CD28 _ 4-1BB’ CDI9 chimeric receptor, the 'short/CB28' CD19-
chimeric receptor, and tEGFR alone. Tumor burden was measured by
bioluminescence imaging and serial flow cytometric analyses of peripheral blood
samples performed to determine the frequency of transferred T cells. Consistent
with the results of our prior expetiments using much lower doses of T cells, Raji
tumors were completely eradicated in mice treated with T cells expressing the
'short/CD28' CD19-chimeric receptor. However, even with a 4-fold higher T cell
dose, treatment with T cells expressing the "long/CI28 CD19 chimeric receptor or
the long/CD28_ 4-1BB' CD19 chimeric receptor did not provide a discernible
antitumor effect (Figure 18D,E).

Thus, increasing the chimeric receptor T cell dose and adding a 4-1BB
costimulatory domain to CD19 chimeric receptors failed to overcome the negative
impact of the longer spacer domain on antifumor activity in vivo. Thus, in this
model, anti-tumor reactivity of CID19 chimeric receptors is dictated to a great extent
by the length of the extraceliular spacer domain, and not by the intraceliular
costimulatory signaling modules.

T cells modified with CD19 chimeric recepiors that possess long extracelluinr
spacers undergo activation induced cell death in vivo

We sought to determine potential mechanisms underlying the inferior in vivo
antitumor activity of T cells that express CD19 chimeric receptors with long spacer
domains. Because lower nurnbers of transferred T cells modified to express CD19
chimeric receptors with long spacer domains were present in the blood, we
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considered the possibility that the T cells were not efficiently activated by tumor
cells in vivo or conversely, that they underwent activation induced T cell death in
vivo. Therefore, we labeled CD19 chimeric receptor modified and corresponding
control T cells with CFSE and administered these T cells 1o tumor bearing NSG/Raji
mice to examine aclivation, proliferation and swrvival of T cells modified with each
of the CD19 chimeric receptor constructs at tumor sites in vivo (Figure 19A}). At the
end of their in vitro expansion and immediately prior to CFSE labeling and infusion
into NSG mice bearing established Raji tumors, T cells transduced with each of the
CD19 chimeric receptors expressed low levels of the activation markers CD69 and
CD25 (Figure 19B).

Bone matrow was obtained from subgroups of mice 24 and 72 hours after the
T cell infusion to examine the frequency, activation and proliferétion of transferred
T cells. At 24 hours, tumor cells (CD45+ CD3-) were present in the bone marrow in
all treatment groups and a large fraction of chimeric receptor T cells, but not control
T cells, had upregulated CD69 and CD25. There was no measurable dilution of
CFSE in the transferred chimeric receplor T cells. (Figure 19C) Both CD69 and
CD25 were expressed in a higher proportion of T cells modified with "long spacer’
CD19 chimeric receptors, snggesting these cells may have received a stronger
stimulus compared to T cells with *short spacer’ CD19 chimeric receptors (Figure
__C). Despite evidence of T cell activation at 24 hours there were significantly
fower numbers of chimeric receptor T cells in the bone marrow of mice treated with
T cells modified with the CD28 and 4-IBB 'long spacer’ constructs compared to
those modified with the CD28 and 4-18B 'short spacer' constructs, or with the
control tEGFR vector (Figure 19C, E).

At 72 hours after T cell transfer, T cells expressing the 'short/CD28' and
‘short/4-1BB" CD19 chimeric receptors had increased 3 to > 10 fold in frequency in
the bone marrow and spleen, and had undergone several cell divisions {Figure
19D,E). Control tEGFR+ T cells remained present in the bone marrow and spleen at
72 hours at a level similar to that observed at 24 hours, and had not divided as
measured by CFSE dilution. By contrast, the numbers of T cells expressing the
"Nong/CDZ8' and Nong/4-IBB' CD19 chimeric receptors had not increased in the bone
marrow and spleen. (Figure 19D, E) Consistent with lower cell numbers, analysis of
CFSE staining in viable P1- 'long/CD28' and long/4-1BB' CD19 chimeric receptor T
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cells demonstrated these cells had undergone a much lower number of cell divisions
compared with 'shoft/CD28' and 'short/4-1BB’ CDI9 chimeric receptor T cells.
(Figure 19D)YWhen the flow data was analyzed to include PI+ T cells, we detected a
much higher frequency of P+ CD3+ T cells in bone marrow and spleen of mice that
received CD19 chimeric receptor T cells with 'long spacer' domains, demonstrating
that a significant proportion of T cells, despile being activated by tumor in vivo had
undergone cell death (Figare 19F), Consistent with the bicluminescence imaging,
CD45+ CD3- Raji tumor cells were present in greater nuimbers in the bone marrow
of mice treated with T cells expressing CID19 chimeric receptors with long spacer
domains or expressing tEGFR only compared to mice treated with CD19 chimeric
receptors with short spacer domains (Figure 19D,E, G).

Collectively, the data provides evidence that CD'19 chimetic receptors with
fong extracellular spacer domain, despite mediating equivalent or superior effector
function in vitro and recognizing tumor in vivo, induce a high level of activation
induced cell death in vivo and fail to eradicate established lymphoma.

Discussion

Chimeric receptors are artificial receptors that include an extracellular
antigen-binding scFv, a spacer domain that provides separafion of the scFv from the
cell membrane and an intracellular signaling module that mediates T cell activation,
Chimeric receptors that contain a scFv derived from the CD19-specific FMC6E3 mAb
studied here, have advanced to testing in clinical trials in patients with B-cell
malignancies. Anfitumor activity and T cell persistence have varied substantially in
different irials. Each of these clinical trials differed in potentially critical variables,
including different gene fransfer vectors, cell culture methodologies, and
conditioning regimens prior to CD19 chimeric receptor T cell transfer.

We examined the possibility that the exiracellular spacer domain of CD19
chimeric receptors may be an important delerminant of anti-lumor activity in vivo,
independent of the costimulatory signaling provided by the chimeric receptor. We
derived spacer domains from Tg(G4-Fe, which enables high levels of chimeric
receptor cell surface expression and is less likely to provoke recognition by innate
immune celis compared to other IgG isotypes. We used the 1gG4 ‘Hinge-CH2-CH3?
in the design of the long (229 AA) spacer constructs and the 1gG4 ‘Hinge® domain in

our short (12 AA) spacer chimeric receptors. To compare the individual chimeric
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receptor constructs, we used purified (>90%) chimeric receptor positive CD8" Tem—
derived T cells to remove differences in the celiular composition and transduction
frequency as a potential source of bias in the analysis of in vitro and in vivo
function. CD8" Teym have been shown to have superior fraits for adoptive
immunctherapy, compared with other more prevalent T cell subsets in blood that
persist poorly and are ineffective in tumor therapy. The CD19 chimeric receptor T
cells were generated using a standardized culture protocol that is similar to that used
to derive chimeric receptor T cells for clinical irials. Our data show that CD19
chimeric receptors with a short IgGG4 ‘Hinge’ spacer conferred potent anti-tumor
reactivity in vitro and in vivo, whereas corresponding CD19 chimeric receptors with
a long spacer of 1gG4 ‘Hinge-CH2-CH3’, despite equivalent or superior reactivity in
vitro, failed to confer significant anti-tumor effects in murine lymphoma madels.
Surprisingly, the length of the spacer domain proved to be a decisive element for in
vivo anditumor activity, and the lack of efficacy of the ‘long spacer’ chimeric
receptor could not be overcome by increasing the T cell dose.

We also observed major differences in cytokine secretion and proliferation in
vitro between T cells expressing CD19 chimeric receptors containing CD28 and 4-
1BB costimulatory domains, with CD28 augmenting secretion of IFN-y, 1L-2, and
TNF-o compared with 4-1BB. CD19 chimeric receplors that possessed a tandem
CD28_4-1BB also produced higher levels of these cytokines compared to chimeric
receptors encoding 4-1BB only. However, our data shows that these differences in in
vitro function were not predictive of in vivo anti-tumor efficacy, since CD19
chimeric receptors with either CD28 or 4-1BB costimulatory domain and a short
spacer were similarly effective at eradicating advanced established Raji tumors
NSG mice. In contrast, CD19 chimeric receptors with suboptimal spacer length and
CD28, 4-1BB, or both costimulatory domains, despite conferring similar in vitro
function as the idéntica] chimeric receptor construct with a short spacer domain,
lacked significant anti-tumor activity in vivo, demonstrating the contribution of
spacer length to in vivo function of chimeric receptor T cells.

Our studies provide insight into the mechanism responsible for the lack of in
vivo efficacy of CD19 chimeric receptors with long spacer domains. T cells
expressing CD19 chimeric receptors with both long and short spacer domains could
be detected in the bone marrow and spleen after adoptive transfer into NSG mice
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bearing established Raji lymphoma, and the majority were activated as demonstrated
by upregulation of CD25 and CD69, However, T cells modified to express a CD19
chimeric receptor with a long spacer domain exhibited a steep decline in cell
number, in contrast to the marked in vivo expansion of T cells expressing CD19
chimeric receptors with a short spacer domain. The decline in T cell number was a
consequence of much higher levels of cell death in the first 72 hours after adoptive
transfer compared with T cells with short spacer domains, and control T cells that
did not express a CD19 chimeric receptor. Collectively, these data indicate that
recognition of tumor cells in vivo resulted in death of T cells expressing CD19-
chimeric receptors with long spacer domains. A similar mechanism may explain the
short duration and low levels of T cell persistence in the clinical trials that employed
long spacer CD19-chimeric receptors (/4).

The studies reported here are the first to show that the spacer domains of
CD19 chimeric receptors that lack intrinsic signaling properties have dramatic
effects on in vivo aatitumor activity independent of costimulatory signaling, and
identify the importance of analyzing the optimal composition of this region in the
design of chimeric receptors for clinical applications.

The foregoing is illusirative of the present invention, and is not to be
construed as Jimiting thereof. The invention is defined by the following claims, with
equivalents of the claims to be included therein. All references and documents

referred to herein are hereby incorporated by reference.
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Table 1
Sequence of anti-CD19 short spacer chimerie receptor
GMCSFRss-CD19scFv-1gG4hinge-CD28tm-41 BB-Zeta-T2A-EGFRt

Argetgetgetestagaceagecigetgetgigegagetpoceeaceeepecttictigetgatecee
(GMCSFRss) (SEQ ID NO:2)

Gacatcecagatgacecagaccaccteeagecigagegecageetggregacegggipaceatcageigecsgyg
ccagccaggacatcagcaagtacctgaactggtatcagcagéagcccgacggcaccgtcaagctgetgatetac
cacaccageeggrigeacageggegigeccageeggtttageggeageggeiceggeacegactacageetgace
catctecaaceiggaacaggangatategecacctactitigecageagggeaacacactgecctacacctiigge
goegeaacaaageiggaaatcaccggeageacctceggeageggeaageetggeageggegagggeagence

' aagggegaggteaagctgeaggaaageggeccigsecigpiprecercagecagagecigagegtracctgea

cegigageggegigagecigeecgactacggeptpapetggatccggeagececceaggaaggoeetggaaty

geigggegigateiggggeagegagaccacciactacaacagegecetgaagagecggetgaceateateaag

gacaacageaagagecaggioticetgaagaigaacagecigeagacegacgacacegeeatctactactgege
caageactaciactacggeggeagetacgeeatggactactgggsecagggeaecagegigacegigageage

(CD19scFy) (SEQ IDNO:3)

Gaatctaagtacggaccgeectgeceeeettgecet (fgGdhinge) (SEQ ID NO:4)

Atgtictgggtpeiggtgatogteggageepiscigpectgetacagecigetggtcacegtggecticateatett
figggte (CD28tm-)(SEQ TD NO:5)

Aaacggggcagaasagaaaciceigiatatalicaaacaaccatttatgagaccagiacaaactacicasgagy
aagatggctgtagetgeegatitccagaagaagaagaaggagyatgtganety (41BB} (SEQID
NO:6)

Cgggtgaagticageagaagegeegacgeeceigectaccageagggecagaateagetgiacaacgagetga
accigggeagaaggpaagagtacgacgtectggataageggagagocegegaceeigagatgggeggeaage
cteggeggaagaaceeceaggaapgeciglatagegancigeagaaagacaagatggecgaggeetacages
agateggeatgaagggegagegoagpepgooeaaggoceacgacggecigtatcagpecctgiccacegees
ecaaggatacctacgacgeectgeacatgeaggecetgeccecaagg (CD3Zeta)- (SEQ ID NO:T)

Ciegagggepggegpagagggeagaggaagicttctaacatgegetyacgtggaggagaateceggeectagy
{T2A) (SEQ ID NO:9}

Atgeticteetgpigacaagectictgeteigtgagttaceacacceageaticetectgateccacgeanagipty
taacggantaggtatiggteaattinaagacicactctecataaatgetacgaatattasacacticaaaaactge
accteeateagiggegatctecacatecigeegptegeatitaggagigacteeticacacatactecteetetggat
ceacaggaactggatatictgasascegtaaagganateacagggtitticeigaticaggettggectgaaaac
aggacggacctceatgectiigagaacciagaaateatacgeggeaggaceaageancatggteagtitictett
geagtegicagecigaacataacalcetigggattacgeteceteaagpagataagtyatggagatgtygataattt
cagganacaaaaatiigigetatgeasatacaatanactgpaanaaactgttiggracciceggicagaaaace
aaaatiataageaacagaggigaaaacageigeaaggecacaggecaggictgeeatgectigigeteceeega
84
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pegctgciggpgcecggageccagggacigegictetipecgpaatgicageegaggeagggaatgegiggac

aagtgeaacclfciggagogtoapecaagggagtitgigragaactetgagtgeatacagtgecacecagagie

cetgecteaggeeatgancatcaceigeacaggacgggeaccagacaacigtatecagigtgeceactacatiga
cggeeceeactgegtcangaceigeceggeaggagicatgegagaaaacaacaceciggtciggangiacgea
gacgeeggecatgtgigecacetgtgecatecasactgeacetacggatgenctgggecaggictigaaggetgt
ceascgaatgggectaagaicecgiceategeeacigpgatstggggaecetectetigetgeiggtagissece
tggggateggecteticatgiea  (LGFRY) (SEQ ID NO:9)
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Table 2

DNA:
AA:

DNA
AA

.
-

DNA:
ARz

DNA:
AA:

DNA:
DNA ¢
DNA:

DNA:
Al

GMCSFRss
ATGCTGCTGCTGETGACCAGCCTGCTGCTETECEAGCTGCCCCACTTCGCT
M L L L VT S8 L LILCZETLPHP A

CD19scFy
TTTCTGCTGATCCCC : GACATCCAGATEACCCAGACCACCTCCAGCCTGAGE
F L T T P DI QMTOQQ T T 8 S L 8

GCCAGCCTGGGCEACCGEETGACCATCAGLTECCEGGCCAGCCACGACATC
A 3 L & DR V T I S CR A S @ D I

AGCAAGTRCCTGARCTGGTATCAGCAGRAGCUCEACGCECACCETCARGLTG
5 K Y L M W Y Q g K 2 D G T V X L

CTGATCTACCACACCAGCCCGCTGCACAGCGGCGTECCCAGCCGGTTTARC
L T Y # T 8 R L H 8 6 V P S R F 8§

GGCAGCGGCTCLGECACCEACTACAGCCTGACCATCTCCAACCTGGAACAG
G $ 6 5 6T b Y B8 L T I S5 K L E ©Q

¢ GAAGATATCGCCACCTACTTTTGCCAGCAGGGCARCACACTGCCCTACACC

E D I AT Y F C Q¢ Q G N T L P Y T

TIGGCGECEEARCAAAGCTEGARATCACCGECAGCACCTCIGGCAGTGEEC
F 6 6 6T K L BE I T 66 8 T 8 G 8 G

AAGCCTGGCAGCGECEAGGGECAGCACCAAGGECGAGETGAAGCTGCAGGAA
K P 6 8 G E G S5 T K ¢ E V K L @ E

AGCIGCCCTEECCTGETGECCCCCAGCCAGABCCTGAGCGTGACCTGCACC
§ 8§ P G L ¥V AP 8§ g 8 L 8 V T C T

GTGAGCGGUGTGAGCCTGCCCCACTACGELETCAGCTEGAT CCGGLAGLCC
v 8§ ¢ VvV 8 L P D Y G V S W I R ¢ P

CCCAGGAAGGGCCTGGAATGECTGEECETGATCT GGGGCAGCGAGACCACT
P R K 6L E W L ¢V I W 6 8 E T 7T

TACTACAACAGCGCCCTGAAGAGCCEECTGACCATCATCAAGGACAACEGC
Y ¥y @ s A L X 8 R L T 1T I K D N 8§
ARGAGCCAGGTGTTCCIEAACATCARUAGLCTICCAGACCEACGATACTGCC
K 8 ¢ v F L K # N 8 L ¢ © D D T A

ATCTACTACTGCGLCCAAGCRCTACTACTACGGCGRCAGCTACGCCATEGAC
I Y Y ¢ A K KHEY Y Y G 6 8 Y A M D

IgG4hinge
TACTGGGCCCAGGGLACCAGCETGACCGTGAGCAGC : GAGAGCAAGTACGGA
Y W 6 ¢ 6 T 8 v T V § 8§ E 8 K Y G

CD28tm
CCGCCCTGCCCCCCTTGCCCT s ATCTTCTGEGTGCTEET GG TGETCGGAGET
P P C PP CP M F WV LV VYV V GG

GTGCTGGCCTGCTACAGCCTGCTGGTCACCATGGCUTTCATCATCTTTTEG
vV L. A C ¥ 8 L L Vv T Vv A F I I TF ¥
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DNA:
AA:

DNA:
FiVa

DA

AD:

DNA:
L2V

41BB
GTG: ARRCGGGGCAGRAAGARACTCCTGTATATAT TCAAACAACCATTTATG
v K R G R KK UL L Y I F K Q P F M

AGACCAGTACAAACTACTCAAGAGEAAGATGCCTGTAGCTGCCGATTTCCA
R PV Q 7T T ¢ EE I 6 C S C R F P

¢pn3Zeta
GBAGAAGAAGARGGAGGATGTGAACTGCCGETGAARG : TTCAGCAGAAGCGCC
E R E E G G CE L R V K F 8 R 8§ &

GACGCCCCTGCCTACCAGCAGGGCCASARTCAGLUTETACAACGAGCTGAAC
DA P A Y @ 0 6 @ N @ L ¥ N E L N

CYGCCCAGAAGGCANGNGTACGACGTCCTGGATAAGCGEAGAGGCCGGGAL
L 3 R R EE Y D V L DK RIRG R D

COYGAGATGEGCGECRAGCCTCGECEEARGARCCCCCAGGRAAGHCCTGTAT
P EM 66 6 X P R R X R P Q E G L ¥

ARCGAACTGCAGARAGACAAGATGOCCGAGGCCTACAGCGAGARTCGGCATG
N F L @ X D K MAE & Y 8 B I G M

ARGGECCAGCGEAGGCGEEECAAGGEUCACGACGGCCTGTATCAGGEGCCTG
K ¢ ER R R G K &G HD G L Y O G L

TCCACCGCCACCAAGGATACCTACGACGCCCTGCACATGECAGGCCCTGCCC
S T A T KD T Y b A L HM Q A L P

T2A
COAAGG : CTCOAGGGCEECGEEAGAGEGCAGAGGAAGTCTTCTAACATGCGET
P R L BE &€ 6 G E @ RG S L L T C G
' EGERE

GACGTEGAGCGAGCARTCCCGGCCCTAGG t ATGCTTCTCCTEGCTEGACARBCCTT

D vV R E N P G P R M L L L VvV T S8 L

CIGCTCTETGAGTTACCACACCCAGCATTCCTCCTYGATCCCACGCAAAGTG
L8 L. ¢ E L P H P A F L L I P R K V

TGTAACGGAATAGCTATTICCTGAATTTAAACACTCACTCTCOATARATGCY
¢C N G I 6T & EBE F KD S L 8 I W A

ACGAATATTAAACACTTCAAALACTGCACCTCCATCAGTGECGATCTCCAL
T ¥ T K B P K N C T &8 I 8§ G D I H

ATCCTGCCCEGTGECATTTAGGGGTGACTCCTTCACACATACTCCTCCTICRG
I ... »p VvV A F R GG D s F T H T P P L
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INA:
BA:

DNA:

DNA:

ARA:

DNA:
An:

DNA:
AR

DNA:
AA:

DHA:

DA
An:

DNA:

GATCCACAGGAACYTCRATATTCTGAAAACCGTARAGGAAATCACAGGETTT
p P Q E & » I L KT V X E I T G F

TTGCTGATTCAGGCTTCRCCTEGARARCAGGACCEACCTCCATCCCTTTGAG
L L. I ¢ A W P BE N R T DL H A F E

ARCCTAGARATCATACCCEECCAGGACCAAGCAACAT GG TCAGT TTTCTCTT
¥ L E I I R G R T X Q E G Q F 8§ L

GCAGTCETCAGCCTEAACATAACATCCITCGCATTACGCTCCCTCAAGGAG

t AV V S§ L B I T $ L 6L R 8 L K E

ATBACTGATGCEAGATCTCATAAT T TCACCRARCARAAATTTETGCTATGCA
I 8 HP & p VvV I I 8 G NKDNILC Y A

AATACAATARACTGGAARARACTGTITGEGACCTCCOETCAGARABCCARS
N T I N w XK KL F 66 T 8§ 6 ¢ K T K

ATTATAACCAACACAGGTGARAACAGCTECAACCCCACAGGCCAGESTCTEC
I I 8 ¥ R G E N 8 C KA T G g v C

CATGCCTIGCTECTLCOCCGAGGECTECTGGEECCCEEAGCCCAGECACTRER
H A L C S P E G C W G P B P R D C

GICTCTTGCCEGAATGTCAGCCOAGCECAGGEAATCCETECGACAAGTGCAAL
v 8 £ R N V 858 R 6 R ECV D XK ¢ N

CTTCTEGAGGCTCGACCCAAGGCAGTTTCTGEAGAACTCTGAGTGCATACAG
L L E G E P RE F VEN S E C I Q

TGCCACCCAGAGTGCCTECCTCAGCCCATGARACATUACCTGCACARCGACGE
C H P E C L P @ A M NI T C T 8§ R

CEACCAGACAACTETATCCASTETGCCCACTACATTCGACRGCCCCCALTEC
G P B N CIT Q C A H Y I D G P H C

GTCARGACCTGCCLGGLAGHAGTCATCCGAGCAARACARCACCCTGETCTEG
vV K T ¢ P A GV M G ENDN T L V ¥

AAGTACCCAGACECCGECCATGTEGTGCCACCTETGCCATCCARACTGCACC
K ¥ A D A G H V C H L CHUP? W Cc 7T

TACGEATGCACEGGGCCAGCTCTTGAAGECTCTCCAACGAATCGECCTAMG
Yy ¢ ¢ T ¢ P G L B G C P T N G P K

ATCCCETCCATCECCACTEREGATEATEGEEECCCTCCICTTCCTGUTORTE
I P $ I A T G MV GEGAEA L L L L L V

CTGECCCTEEEGATCGECeTeTTCATeréa  (SEQ ID NO:10)

vV AL 6 I ¢ L F M * (SEQIDNO:ID
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Table 3

ZXR-014 Nucleotide and amine acid sequences {map of sections)

GMCSFRss: nt2084-2149
CD19scFv: nt2150-2884
IggdHinge: nt2885-2920
CD28tm: ni2921-3004
41BB: nt3005-3130
Zeta: nt3131-3466

T2A: 1t3467-3538

EGFRt: nt3539-4612

Primers for sequencing:

Oligo name Sequence Region

002649 ATCAAAAGAATAGACCGAGATAGGGT  pre-US(SEQ 1D NO22)
0J02648 CCGTACCTTTAAGACCAATGACTTAC delU3(SEQ 1D NO:23)
0J02650 TTGAGAGTTTTCGCCCCG mid-Ampr(SEQ ID NO:24)
aJ02651 AATAGACAGATCGCTGAGATAGGT post-Ampr(SEQ 1D NO:25)
0J02652 CAGGTATCCGGTAAGCGG CoEl ori(SEQ 1D NO:26)
aJ02653 CGACCAGCAACCATAGTCC SV40O(SEQ ID NO:27)
0J02654 TAGCGGTTTGACTCACGG CMV(SEQ ID NO:28)
oJ(2655 GCAGGGAGCTAGAACGATTC psi(SEQ ID NO29)
0J02656 ATTGTCTGGTATAGTGCAGCAG RRE{SEG ID NO:30)
0J02657 TCGCAACGGGTTTGCC EFIp(SEQ 1D NO:31)
0J02658 AGGAAGATATCGCCACCTACT CD19Rop(SEQ ID NO:32)
0J02601 CGGGTGAAGTTCAGCAGAAG Zeta(SEQ 1D NO:33)
0J02735 ACTGTGTTTGCTGACGCAAC WPRE(SEQ 1D NO:34)
0J02715 ATGCTTCTCCTGGTGACAAG EGEFRH{SEQ ID NO:35)
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Table 4 Uniprot P0861 IgG4-Fe(SEQ ID NO:13)

NVEFSCSVMEE ALHNHYTQOKS LSLSLGK

200 1-%8 CH1
99-110 Hinge
111-226 CH2Z
221327 CH3
Pogllion 108 Sup

25

.90



Tahle 5 Uniprot P10747 cD28(SEQ IDNO:14)

SKRSRLLHSD YMNMTPRRPG PTREHYQPYA PPRDFAAYRS

1-18 signal peptide

15 19-152 extracellular domain
153-179 transmembrane domain
180-220 intracellular domain

Position 186~187 LL-GG

20
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Table 6 Uniprot Q07011 4-1BB(SEQID NO:15)

106

15 CSCRFPEEEE GGCEL
1-23 zignal peptide
24-186 extracellular domain
187~-213 transmembrane domain
214-2355 intracellular domain

20
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Table 7 Uniprot P20963 human CD3{ isoform 3 (SEQIDNO:16)

E

1

2

3

5

6

1

1

AYSEIGMKG ERRRGKGEDG LYQGLSTATK DTYDALHMQA LEPR

~21 signal peptide

2-30 extracellular

1-51 transmembrane

2~i54 intracellular domain
1~89 ITAMLY

00~128 I1TAM2

31~159 ITAM3
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Table

Human

Human

Human

Hunan

8 Exemplary Hinge region Sequences

IgGl EPKSCDRTHTCPRCP (SEQ IDNO:17)

IgG2z ErKccvzEcrrce (SEQ ID NO:18)

IgG3 ELKTPLGDTHTCPRCP (EPK.S“CD'I‘PPPCPRCP)g (SEQ ID NO:19)

IgG4 ESKYGPPCPSCE (SEQ ID NO:20)

Modified Human JgG4 ESKYGPPCPPCP (SEQ ID NO:21)

Modified Human IgG4 YGPPCPPCP (SEQ ID NO:51)

Modified Human TgG4 KYGPPCPPCP (SEQ ID NO:52)

Modified Human IgG4 EVVKYGPPCPPCP (SEQ 1D NO:53)
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Table 8
R12 long spacer CAR: PJ_R12-CH2-CH3-41BB-Z-T2A-fEGFR (SEQ ID NO:37)

GTTAGACCAGATCTGAGCCTGGGAGCTCTCTGGCTAACTAGGGAACCCACTGCT
TAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTGTGTGCCCOTCTGTTG
TGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATC
TCTAGCAGTGGCGCCCGAACAGGGACTTGAAAGCGAAAGGGAAACCAGAGGAG
CTCTCTCGACGCAGGACTCGGCTTGCTGAAGCGCGCACGGCAAGAGGCCGAGGG
GCGGCGACTGGTGAGTACGCCAAAAATTITGACTAGCGGAGGCTAGAAGGAGA
GAGATGGGTGCGAGAGCGTCAGTATTAAGCGGGGGAGAATTAGATCGATGGGA
AAAAATTCGGTTAAGGCCAGGGGCAAAGAAAAAATATAAATTAAAACATATAG
TATGGGCAAGCAGGGAGCTAGAACGATTCGCAGTTAATCCTGGCCTGTTAGAAA
CATCAGAAGGCTGTAGACAAATACTGGGACAGCTACAACCATCCCTTCAGACA
GGATCAGAAGAACTTAGATCATTATATAATACAGTAGCAACCCTCTATTGTGTG
CATCAAAGGATAGAGATAAAAGACACCAAGGAAGCTTTAGACAAGATAGAGGA
AGAGCAAAACAAAAGTAAGAAAAAAGCACAGCAAGCAGCAGCTGACACAGGA
CACAGCAATCAGGTCAGCCAAAATTACCCTATAGTGCAGAACATCCAGGGGCA
AATGGTACATCAGGCCATATCACCTAGAACTTTAAATGCATGGGTAAAAGTAGT
AGAAGAGAAGGCTTTCAGCCCAGAAGTGATACCCATGTTTTCAGCATTATCAGA
AGGAGCCACCCCACAAGATTTAAACACCATGCTAAACACAGTGGGGGGACATC
AAGCAGCCATGCAAATGTTAAAAGAGACCATCAATGAGCAAGCTGCAGGCAAA
GAGAAGAGTGGTGCACAGAGAAAAAAGAGCAGTGGGAATAGGAGCTTTGTTCC
TTGGGTTCTTGGGAGCAGCAGGAAGCACTATGGGCGCAGCGTCAATGACGCTG
ACGGTACAGGCCAGACAATTATTGTCTGGTATAGTGCAGCAGCAGAACAATTTG
CTGAGGGCTATTGAGGCGCAACAGCATCTIGTTGCAACTCACAGTCTGGGGCATC
AAGCAGCTCCAGGCAAGAATCCTGGCTGTGOAAAGATACCTAAAGGATCAACA
GCTCCTGGGGATTTGGGGTTGCTCTGGAAAACTCATITGCACCACTGCTGTGCCT
TGGATCTACAAATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTG
GGGGGTACAGTGCAGOGGAAAGAATAGTAGACATAATAGCAACAGACATACAA
ACTAAAGAATTACAAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTAC
AGGGACAGCAGAGATCCAGTTTGGGGATCAATTGCATGAAGAATCTGCTTAGG
GTTAGGCGTTTTGCGCTGCTTCGCGAGGATCTGCGATCGCTCCGGTGCCCGTCA
GTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCG
GCAATTGAACCGGTGCCTAGAGAAGGTGGCGCOGGGTAAACTGGGAAAGTGAT
GTCGTGTACTGGCTCOGCCTTTTTCCOCGAGOGTCGGGGAGAACCGTATATAAGT
GCAGTAGTCGCCGTGAACGTTICTTITTCGCAACGGGTTTGCCGCCAGAACACAG
CTGAAGCTTCGAGGGGCTCGCATCTCTCCTTCACGCGCCCGCCGCCCTACCTGA
GGCCGCCATCCACGCCGOTTGAGTCGCOTTCTGCCGCCTCCCGCCTGTGGTGCC
TCCTGAACTGCGTCCGCCGTCTAGGTAAGTTTAAAGCTCAGGTCGAGACCGGGE
CTTTGTCCGGCGCTCCCTTCGAGCCTACCTAGACTCAGCCGGCTCTCCACGCTTT
GCCTGACCCTGCTTGCTCAACTCTACGTCTTIGTTTCG TTTTCTG TTCTGCGCCGT
TACAGATCCAAGCTGTGACCGGCGCCTACG

GCTAGOGAATTCCTCGAGGCC
ACCATGICTGCTGCTGGTGACAAGCCTGCTGCTGTGOGAGCTGCCCCACCCCGCC
TTTCTGCTGATCCCCCAGGAACAGCTCGTCGAAAGCGGCGGCAGACTGGTGACA
CCTGGCGGCAGCCTGACCCTGAGCTGCAAGGCCAGCGGCTTCGACTTCAGCGCC
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TACTACATGAGCTGGGTCCGCCAGGCCCCTGGCAAGGGACTGGAATGGATCGCC
ACCATCTACCCCAGCAGCGGCAAGACCTACTACGCCACCTGGGTGAACGGACG
GTTCACCATCTCCAGCGACAACGCCCAGAACACCGTGGACCTGCAGATGAACA
GCCTGACAGCCGCLCGACCGGGCCACCTACTTTTGCGCCAGAGACAGCTACGCCG
ACGACGGCGCCCTGTTCAACATCTGGGGCCCTGGCACCCTGGTGACAATCTCTA,
GCGGCGBAGGCGGATCTGGTGGCGGAGCAAGTGGCGGCGGAGGATCTGAGCTG
GTGCTGACCCAGAGCCCCTCTGTGTCTGCTGCCCTGGGAAGCCCTGCCAAGATC
ACCTGTACCCTGAGCAGCGCCCACAAGACCGACACCATCGACTGGTATCAGCA
GCTGCAGGGCGAGGCCCCCAGATACCTGATOCAGGTGCAGAGCGACGGCAGCT
ACACCAAGAGGCCAGGCGTGCCCGACCGGTTCAGCGGATCTAGCTCTGGCGCC
GACCGCTACCTGATCATCCCCAGCGTGCAGGCCCATCGACGAGGCCGATTACTAC
TGTGGCGCCGACTACATCGGCGGCTACGTGTTCGGCCGGAGGCACCCAGCTGACC
GTGACCGGCUGAGTCTAAG

GCCCCCOAGTTCCTGGGCGGACCCAGCGTGTTCCTGTTCCCCCCCAAGCCCAAG
GACACCCTGATGATCAGCCGGACCCCCGAGGTGACCTGCGTGGTGGTGGACGTG
AGCCAGGAAGATCCCCAGGTCCAGTTCAATTGGTACGTGGACGGCGTGGAAGT
GCACAACGCCAAGACCAAGCCCAGAGAGGAACAGTTCAACAGCACCTACCGGG
TGGTGTCTGTGCTGACCGTGCTGCACCAGGACTGGCTGAACGGCAAAGAATACA
AGTGCAAGGTGTCCAACAAGGUOCCTGCCCAGCAGCATCGAAAAGACCATCAGC
AAGGCCAAG

CH3
GGCCAGCCTCGCGAGCCCCAGGTGTACACCCTGCCTCCCTCCCAGGAAGAGATG
ACCAAGAACCAGGTGTCCCTGACCTGCCTGGTGAAGGGCTTCTACCCCAGCGAC

" ATCGCCGTGGAGTOGGGAGAGCAACGGCCAGCCTGAGAACAACTACAAGACCAC

CCCTCCCGTGCTGGACAGCGACGGCAGCTTCTTCCTGTACAGCCGGCTGACCGT
GGACAAGAGCCGGTGGCAGGAAGGCAACGTCTTTAGCTGCAGCGTCGATGCACG
AGGCCCTGCACAACCACTACACCCAGAAGAGCCTGAGCCTGTCCCTGGGCAAG
4-1BB
ATGTTCTGGGTGCTOGTGATGGTGGGCGGGGTGCTGGCCTGCTACAGCCTGCTG
GTGACAGTGGCCTTCATCATCTTTTGGGTGAAACGGGGCAGAAAGAAACTCCTG
TATATATTCAAACAACCATTTATGAGACCAGTACAAACTACTCAAGAGGAAGAT
GGCTGTAGCTGCCGATTITCCAGAAGAAGAAGAAGGAGGATGTGAACTG

CD3 zeta
CGGGTGAAGTTCAGCAGAAGCGCCGACGCCCCTGCCTACCAGCAGGGCCAGAA
TCAGCTGTACAACGAGCTGAACCTGGGCAGAAGGGAAGAGTACGACGTCCTGG
ATAAGCGGAGAGGCCGGGACCCTGAGATGOGCGGCAAGCCTCGGCGGAAGAAC
CCCCAGGAAGGCCTGTATAACGAACTGCAGAAAGACAAGATGGCCGAGGCCTA
CAGCGAGATCGGCATGAAGGGCGAGCGGAGGCGGGGCAAGGGCCACGACGGC
CTGTATCAGGGCCTGTCCACCGCCACCAAGGATACCTACGACGCCCTGCACATG
CAGGCCCTGCCCCCAAGH

T2A
CTCGAGGGCGGCGGAGAGGGCAGAGGAAGTCTTCTAACATGCGGTGACGTGGA
GGAGAATCCCGGCCCTAGG

tEGFR
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ATGCTTCTCCTGGTGACAAGCCTTCTGCTCTGTGAGTTACCACACCCAGCATTCC
TCCTGATCCCACGCAAAGTGTGTAACGGAATAGGTATTGGTGAATTTAAAGACT
CACTCTCCATAAATGCTACGAATATTAAACACTTCAAAAACTGCACCTCCATCA
GTGGCGATCTCCACATCCTGCCGGTGGCATTTAGGGGTGACTCCTTCACACATA
CTCCTCCTCTIGGATCOACAGGAACTGGATATTCTGAAAACCGTAAAGGAAATCA
CAGGGTTTTTGCTGATTCAGGCTTGGCCTGAAAACAGGACGGACCTCCATGCCT
TTGAGAACCTAGAAATCATACGCGGCAGGACCAAGCAACATGGTCAGTTTTCTC
TTGCAGTCGTCAGCCTGAACATAACATCCTTGGGATTACGCTCCCTCAAGGAGA
TAAGTGATGGAGATGTGATAATTTCAGGAAACAAAAATTTGTGCTATGCAAATA
CAATAAACTGGAAAAAACTGTTTGGGACCTCCGGTCAGAAAACCAAAATTATA
AGCAACAGAGGTGAAAACAGCTGCAAGGCCACAGGCCAGGTCTGCCATGCCTT
GTGCTCCCCCGAGGGCTGCTGGGGCCCGGAGCCCAGGGACTGCGTCTCTTGCCG
GAATGTCAGCCGAGGCAGGGAATGCGTGGACAAGTGCAACCTTCTGGAGGGTG
AGCCAAGGGAGTTTGTGGAGAACTCTGAGTGCATACAGTGCCACCCAGAGTGC
CTGCCTCAGGCCATGAACATCACCTGCACAGGACGGGGACCAGACAACTGTATC
CAGTGTGCCCACTACATTGACGGCCCCCACTGCGTCAAGACCTGCCCGGCAGGA
GTCATGGGAGAAAACAACACCCTGGTCTGGAAGTACGCAGACGCCGGCCATGT
GTGCCACCTGTGCCATCCAAACTGCACCTACGGATGCACTGGGCCAGGTCTTGA
AGGCTGTCCAACGAATGGGCCTAAGATCCCGTCCATCGCCACTGGGATGGTGGG
GGCCCTCCTCTTGCTGCTGGTGGTGGCCCTGGGGATCGGCCTCTTCATGEGA
[GCGGCCGCTCTAGACCCGGGCTGCAGGAATTCGATATCAAGCTTATCGATAATC
AACCTCTGOATTACAAAATTTGTGAAAGATIGACTGGTATICTIAACTATGTTGC
TCCTTTTACGCTATGTGGATACGCTGCTITAATGCCTTTGTATCATGCTATTGCTT
CCCGTATGGCTTTCATTTTCTCCTCCTIGTATAAATCCTGGTTGCTGTCTCTTTAT
GAGGAGTTGTGGCCCGTTGTCAGGCAACGTGGCGTGGTGTGCACTGTGTTIGCT
GACGCAACCCCCACTGGTTGGGGCATTGCCACCACCTGTCAGCTCCTTTCCGGG
ACTTTCOCTTTCCCOCTCCCTATTGCCACGGCGGAACTCATCGCCGCCTGCCTTG
CCCGCTGCTGGACAGGGGCTCGGCTGTTGGGCACTGACAATTCCGTGGTGTTGT
CGGGGAAATCATCGTCCTTTCCTTGGCTGCTCGCCTGTGTTGCCACCTGGATTCT
GCGCGGGACGTCCTTCTGCTACGTCCCTICGGCCCTCAATCCAGCGGACCTTCCT
TCCCGCGGCCTOCTGCCGGCTCTGCGGCCTCTTOCGOGTCTTCOCCTTCGCCCTC
AGACGAGTCGGATCTCCCTTTGGGCCGCCTCCCCGCATCGATACCGTCGACTAG
CCGTACCTTTAAGACCAATGACTTACAAGGCAGCTGTAGATCTTAGCCACTTTTT
AAAAGAAAAGGGGGGACTGGAAGGGCTAATTCACTCCCAAAGAAGACAAGATC
TGCTTTTTGCCTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGGGAGCT
CTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGT
GCTTCAAGTAGTGTGTGCCCGTCTGTIGTGTGACTCTGGTAACTAGAGATCCCTC
AGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGAATTCGATATCAAGCTTAT
CGATACCOTCGACCTCGAGIGGGGGGCCCGGTACCCAATTCGCCCTATAGTGAGT
CGTATTACAATTCACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTG
GCGTTACCCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAA
TAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGG
CGAATGGAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATTTTTGTT
AAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAAT
CAAAAGAATAGACCGAGATAGGGTTGAGTGTIGTTCCAGTTTGGAACAAGAGT
CCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCA
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GGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAG
GTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCTTG
ACGGGGAAAGCCGGCGAACGTGGCOAGAAAGGAAGGGAAGAAAGCGAAAGGA
GCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTAACCACCAC
ACCCOCCGCGCTTAATGCGCCGCTACAGGGOGCGTCAGGTGGCACTTTTCGGGG
AAATGTGCGCGGAACCCCTAT TG TTTATITITCTAAATACATTCAAATATGTAT
CCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAG
AGTATGAGTATTCAACATTTCCGTGTCGCCCTTATTCCCTTTTTTGCGGCATTTTG
CCTTCCTGTTTTTGCTCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGA
TCAGTTGGGTGCACGAGTGGGTTACATCOAACTGGATCTCAACAGCGGTAAGAT
CCTTGAGAGTTTTCGCCCCGAAGAACGTTTICCAATGATGAGCACTTTTAAAGTT
CTGCTATGTGGCGCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGT
CGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAA
AAGCATCTTACGGATGGCATGACAGTAAGAGA ATTATGCAGTGCTGCCATAACC
ATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAA
GGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCG
TIGGGAACCGGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGA
TGCCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTA
CTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAG
GACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTGGTTTATTGCTGATAAATCTGG
AGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAA
GCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAGGCAACTATGGATGA
ACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTAACT
GTCAGACCAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTITAA
TTTAAAAGGATCTAGGTGAAGATCCTTTITGATAATCTCATGACCAAAATCCCTT
AACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGAT
CTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACC
ACCGCTACCAGCOGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCG
AAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTICTAGTGTAG
CCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCT
CTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCG
GGTTGGACTCAAGACGATAGTTACCGOATAAGGCGCAGCGGTCGGGCTGAACG
GGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAG
ATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGA AGGGAGAAAGG
CGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGA
GCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTC
TGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAA
AACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTC
ACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCTTT
GAGTGAGCTGATACCGCTCGCCGCAGCCGAACGACCGAGCGCAGCGAGTCAGT
GAGCGAGGAAGCGGAAGAGCGCCCAATACGCAAACCGCCICTCOCCGCGOGTT
GGCCGATTCATTAATGCAGCTGGCACGACAGGTTTCCCGACTGGAAAGCGGGCA
GTGAGCGCAACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCAGGCTT
TACACTTTATGCTTCCGGCTCGTATGTTGTGTGGAATTGTGAGCGGATAACAATT
TCACACAGGAAACAGCTATGACCATGATTACGCCAAGCTCGAAATTAACCCTCA
CTAAAGGGAACAAAAGCTGGAGCTCCACCGCGGTGGCGGUCTCGAGIGTCGAGA
TCCGGTCGACCAGCAACCATAGTCCCGCOCCTAACTCCGCCCATCCCGCCCCTA
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ACTCCGCCCAGTYCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTTA
TGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATICCAGAAGTAGTGAGGAG
GCTTTTTTGGAGGCCTAGGCTTTTGCAAAAAGCTTCGACGGTATCGATTGGCTCA
TGTCCAACATTACCGCCATGTTGACATTGATTATTGACTAGTTATTAATAGTAAT
CAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAAC
TTACGGTAAATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGT
CAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTC
AATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATC
ATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGC
ATTATGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGT
ATTAGTCATCGCTATTACCATGGTCGATGCGGTTITGGCAGTACATCAATGGGCG
TGOATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAA
TGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTAACAA
CTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGAATTCGGAGTGGCG
AGCCCTCAGATCCTGCATATAAGCAGCTGCTTTTTIGCCTGTACTGGGTCTCTCTG
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Table 18
Leader _R12- Hinge-CH2-CH3- CD28tm/41BB-Z-T2 A-EGFR (SEQ ID NO:38)
Leader :
MLLLVTSLLLCELPUPAFLLIP
RIZ sc¥v
QEQLVESGGRLVTPGGSLTLSCK ASGFDFSAYYMSWVRQAPGKGLEWIATIYPSSG
KTYYATWVNGRFTISSDNAQNTVDLQMNSLTAADRATYFCARDSYADDGALFNI
WGPGTLVTISSGGGGSGGGGSGGGGSELVLTQSPSVSAALGSPAKI TCTLSSAHK TD
TIDWYQQLQGEAPR YLMQVQSDGSY TKRPGVPDRESGSSSGADRYLIIPSVQADDE
ADYYCGADYIGGYVFGGGTQLTVTG '
Hinge Spacer
ESKYGPPCPPCP
CH2
APEFLGGPSVFLFPPKPKDTLMISRTPEVTIGVVVDVSQEDPEVQEN WY VDGVEVHN
AKTKPREEGQFNSTYRVVSVLTVLHQDWINGKEYKCOK VSNKGLPSSIEKTISKAK
CH3
GQPREPQVYTLPPSQEEMTKNQVSLICL VKGFYPSDIAVEWESNGQPENNYK TTPP
VLDSDGSFFLYSRLTVDKSRWQEGNVESCSVMHEALHNHY TQKSLSLSLGK
Ccp28
MFWVLYVVGGYLACYSLLVTVAFUEWY
4-1BB
KRGRKKLLYIFKQPFMRPVQTTQEEDGCSCRFPEEEEGGCEL
CD3 zeta
RVEKFSRSADAPAYQQGQNQLYNELNLGRREEYDVLDKRRGRDPEMGGKPRRKNP
QEGLYNELQKDKMAEA YSEIGMKGERRRGKGHDGLY QGLSTATKDTYDALHMOQ
ALPPR
TIA
LEGGGEGRGSLLTCGDVEENPGPR
tEGFR
MLLLVTSLLLCELPHPAFLLIPRK VCNGIGIGEFKDSLSINATNIK HFKNCTSISGDLHI
LPYVAFRGDSFTHTPPLDPQELDILK TVKEITGFLLIQA WPENRTDLHAFENLENRGRT
KQHGQPSLAVVSLNITSLGLRSLKEISDGDVISGNKNLCY ANTINWKKLFGTSGQK
TKISNRGENSCK ATGQVCHALCSPEGCWGPEPRDCVSCRNVSRGRECVDKCNLLE
GEPREFVENSECIQCHPECLPQAMNITCTGRGPDNCIQCAHYIDGPHCVKTCPAGVM
GENNTLVWKYADAGHVCHLCHPNCTY GCTGPGLEGCPTNGPKIPSIATGMVGALL
LLLVVALGIGLFM
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Table L1
RI12 intermediate spacer CAR: PJ_RI12-CH3-41BB-Z-T2A-tEGFR (SEQ ID NO:39)

GTTAGACCAGATCTGAGCCTGGGAGCTCTCTGGCTAACTAGGGAACCCACTGCT
TAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTGTGTGCCCGTCTGTTG
TGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATC
TCTAGCAGTGGCGCCCGAACAGGGACTTGAAAGCGAAAGGGAAACCAGAGGAG
CTCTCTCGACGCAGGACTCGGCTTGCTGAAGCGCGCACCGCAAGAGGCGAGGG
GCGGUGACTGGTGAGTACGCCAAAAATTTTGACTAGCGGAGGCTAGAAGGAGA.
GAGATGGGTGCGAGAGCGTCAGTATTAAGCGGGGGAGAATTAGATCGATGGGA
AAAAATTCGGTTAAGGCCAGGGGGAAAGAAAAAATATAAATTAAAACATATAG
TATGGGCAAGCAGGGAGCTAGAACGATTCGCAGTTAATCCTGGCCTGTTAGAAA
CATCAGAAGGCTGTAGACAAATACTGGGACAGCTACAACCATCCCTTCAGACA
GGATCAGAAGAACTTAGATCATTATATAATACAGTAGCAACCCTCTATTGTGTG
CATCAAAGGATAGAGATAAAAGACACCAAGGAAGCTTTAGACAAGATAGAGGA
AGAGCAAAACAAAAGTAAGAAAAAAGCACAGCAAGCAGCAGCTGACACAGGA
CACAGCAATCAGGTCAGCCAAAATTACCCTATAGTGCAGAACATCCAGGGGCA
AATGGTACATCAGGCCATATCACCTAGAACTTTAAATGCATGGGTAAAAGTAGT
AGAAGAGAAGGCTTTCAGCCCAGAAGTGATACCCATGTTTTCAGCATTATCAGA
AGGAGCCACCCCACAAGATTTAAACACCATGCTAAACACAGTGGGGGGACATC
AAGCAGCCATGCAAATGTTAAAAGAGACCATCAATGAGGAAGCTGCAGGCAAA
GAGAAGAGTGGTGCAGAGAGAAAAAAGAGCAGTGGGAATAGGAGCTTTGTTCC
TTGGGTTCTTGGGAGCAGCAGGA AGCACTATGGGCGCAGCGTCAATGACGCTG
ACGGTACAGGCCAGACAATTATTGTCTGGTATAGTGCAGCAGCAGAACAATTTG
CTGAGGGCTATTGAGGCGCAACAGCATCTGTTGCAACTCACAGTCTGGGGCATC
AAGCAGCTCCAGGCAAGAATCCTGGCTGTGGAAAGATACCTAAAGGATCAACA,
GCTCCTCGGGATTTGGGGTTGCTCTGGAAAACTCATTTGCACCACTGCTGTGCCT
TGGATCTACAAATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTG
GGGOGTACAGTGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAA -
ACTAAAGAATTACAAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTAC
AGGGACAGCAGAGATCCAGTTTGGGGATCAATTGCATGAAGAATCTGCTTAGG
GTTAGGCGTTTTGCGCTGCTTCGCGAGGATCTGCGA TCGCTCCGGTGCCCGTCA
GTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCG
GCAATTGAACCGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGAT
GTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGT
GCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAG
CTGAAGCTTCGAGGGGCTCGCATCTCTCCTTCACGCGCCCGCCGCCCTACCTGA
GGCCGCCATCCACGCCGGTTGAGTCGCGTTCTGCCGCCTCCCGCCTGTGGTGCC
TCCTGAACTGCGTCCGCCGTCTAGGTAAGTTTAAAGCTCAGGTCGAGACCGGGE
CTTTGTCCGGCGCTCCCTTGGAGCCTACCTAGACTCAGCCGGCTCTCCACGCTTT
GCCTGACCCTGCTTGCTCAACTCTACGTCTTTGTTTCGTTTTCTGTTCTGCGCCGT
TACAGATCCAAGCTGTGACCGGCGCCTACG

GCTAGCGAATTCCTCGAGGCC

RI1Z ScFv )
ACCATGCTGCTGCTGGTGACAAGCCTGCTGCTGTGCGAGCTGCCCCACCCCGCC
TTTCTGCTGATCCCCCAGGAACAGCTCGTCGAAAGCGGCGGCAGACTGGTGACA
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CCTGGCGGCAGCCTGACCCTGAGCTGCAAGGCCAGCGGUTTCGACTTCAGCGCC
TACTACATGAGCTGGGTCCGCCAGGCCCCTGGCAAGGGACTGGAATGGATCGCC

. ACCATCTACCCCAGCAGCGGCAAGACCTACTACGCCACCTGGGTGAACGGACG

GTTCACCATCTCCAGCGACAACGCCCAGAACACCGTGGACCTGCAGATGAACA
GCCTGACAGCCGCCGACCGGGCCACCTACTTTTGCGCCAGAGACAGCTACGCCG
ACGACGGCGCCCTGTTCAACATCTGGGGCCCTGGCACCCTGGTGACAATCTCTA
GCGGCGGAGGCGGATCTGGTGGCGGAGGAAGTGGCGGCGGAGGATCTGAGCTG
GTGCTGACCCAGAGCCCCTCTGTGTCTGCTGCCCTGGGAAGCCCTGCCAAGATC
ACCTGTACCCTGAGCAGCGCCCACAAGACCGACACCATCGACTGGTATCAGCA
GCTGCAGGGCGAGGCCCCCAGATACCTGATGCAGGTGCAGAGCGACGGCAGCT
ACACCAAGAGGCCAGGCUTGCCCEACCGGTTCAGCGGATCTAGCTCTGGCGET
GACCGCTACCTGATCATCCCCAGCGTGCAGGCCGATGACGAGGCCGATTACTAC
TGTGGCGCCGACTACATCGGCGGCTACGTGTTCGGCGGAGGCACCCAGCTGACC
GTGACCGGCGAGTCTAAG ‘
Hinge Spacer
GO ATEGCCCTGCCCCCOTTGCCCT

FER

CH3

GGCCAGCCTCGCGAGCCCCAGGTGTACACCCTGCCTCCCTCCCAGGAAGAGATG
ACCAAGAACCAGGTGTCCCTGACCTGCCTGGTGAAGGGCTTCTACCCCAGCGAC
ATCGCCGTGGAGTGGGAGAGCAACGGCCAGCCTGAGAACAACTACAAGACCAC
CCCTCCCGTGCTGEACAGCGACGGCAGCTTCTTCCTGTACAGCCGGCTGACCGT
GGACAAGAGCCGGTGGCAGGAAGGCAACGTCTTTAGCTGCAGCGTGATGCACG
AGGCCCTGCACAACCACTACACCCAGAAGAGCCTGAGCCTGTCCCTGGGCAAG
4-1BB
ATGTTCTGGGTGCTGGTGGTGGTGGGCGGOGTECTGGCCTGCTACAGCCTGCTG
GTGACAGTGGCCTTCATCATCTTTIGGGTGAAACGGGGCAGAAAGAAACTCCTG
TATATATTCAAACAACCATTTATGAGACCAGTACAAACTACTCAAGAGGAAGAT
GGCTGTAGCTGCCGATTTCCAGAAGAAGAAGAAGGAGGATGTGAACTG
CD3zeta )
CGGGTGAAGTTCAGCAGAAGCGCCGACGCCCCTGCCTACCAGCAGGGCCAGAA
TCAGCTGTACAACGAGCTGAACCTGGGCAGAAGGGAAGAGTACGACGTCCTGG
ATAAGCGGAGAGGCCGGGACCCTGAGATGGGCGGCAAGCCTCGGCGGAAGAAC
CCCCAGGAAGGCCTGTATAACGAACTGCAGAAAGACAAGATGGCCGAGGCCTA
CAGCGAGATCGGCATGAAGGGCGAGCGGAGGCGGGGCAAGGGCCACGACGGC
CTGTATCAGGGCCTGTCCACCGCCACCAAGGATACCTACGACGCCCTGCACATG
CAGGCCCTGCCCCCAAGG

T2A
ETCGAGIGGCOGGCGGAGAGGGCAGAGGAAGTCTTCTAACATGCGGTGACGTGGA
GGAGAATCCCGGCCCTAGG

tEGFR
ATGCTTCTCCTGGTGACAAGCCTTCTGCTCTGTGAGTTACCACACCCAGCATTCC
TCCTGATCCCACGCAAAGTGTGTAACGGAATAGGTATTGGTGAATTTAAAGACT
CACTCTCCATAAATGCTACGAATATTAAACACTTCAAAAACTGCACCTCCATCA
GTGGCGATCTCCACATCCTGCCGGTGGCATTTAGGGGTGACTCCTTCACACATA
CTCCTCCTCTIGGATCOACAGGAACTGGATATTCTGAAAACCGTAAAGGAAATCA

CAGGGTTTTTGCTCATTCAGGCTTGGCCTGAAAACAGCACGGACCTCCATGCCT
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TTGAGAACCTAGAAATCATACGCGGCAGGACCAAGCAACATGGTCAGTTITCTC
TTGCAGTCGTCAGCCTCGAACATAACATCCTTGGGATTACGCTCCCTCAAGGAGA
TAAGTGATGGAGATGTCATAATTTCAGGAAACAAAAATTTGTGCTATGCAAATA
CAATAAACTGGAAAAAACTGTTTGGGACCTCCGGTCAGAAAACCAAAATTATA
AGCAACAGAGGTGAAAACAGCTGCAAGGCCACAGGCCAGGTCTGCCATGCCTT
GTGCTCCCCCGAGGGCTGCTGGGGCCCGOAGCCCAGGGACTGCGTCTCTTGCCG
GAATGTCAGCCGAGGCAGGGAATGCGTGGACAAGTGCAACCTTCTGGAGGGTG
AGCCAAGGGAGTTTGTGGAGAACTCTGAGTGCATACAGTGCCACCCAGAGTGC
CTGCCTCAGGCCATGAACATCACCTGCACAGGACGGGGACCAGACAACTGTATC
CAGTGTGCCCACTACATTGACGGCCCCCACTGCGTCAAGACCTGCCCGGCAGGA
GTCATGGGAGAAAACAACACCCTGGTCTGGAAGTACGCAGACGCCGGCCATGT
GTGCCACCTGTGCCATCCAAACTGCACCTACGGATGCACTGGGCCAGGTCTTGA
AGGCTGTCCAACCGAATGGGCCTAAGATCCCGTCCATCGCCACTGCGGATGGTGGAG
GGCCCTCCTCTTGCTGC TGO TGGTGGCCCTGGGGATCGGCCTCTTCATG!
IGCGGCCGE }"EUTAGACCCGGGCTGCAGGAATTCGATATCAAGCT TATCGATAATC
AACCTCTGGATTACAAAATTTGTGAAAGATTGACTGOGTATTCTTAACTATGTITGC
TCCTTTTACGCTATGTGGATACGCTGCTTTAATGCCTTTGTATCATGCTATTGCTT
CCCGTATGGCTTTCATTTTCTCCTCCEYTGTATAAATCCTGGTTGCTGTCTCTTTAT
GAGGAGTTGTOGCCCGTTGTCAGGCAACGTGCCGTGGTGTGCACTGTGTTTGCT
GACGCAACCCCCACTGGTTGGGGCATTGCCACCACCTGTCAGCTCCTTTCCGGG
ACTTTCGCTTTCCCCCTCCCTATTGCCACGGCGGAACTCATCGCCGCCTGCCTTG
CCCGCTGCTGBACAGGGGCTCOGCTGTTGGGCACTGACAATTCCGTGGTGTTGT
CGGGGAAATCATCGTCCTTTCCTTGGCTGCTCGCCTGTGTTGCCACCTGGATTCT
GCGCGGGACGTCCTTCTGCTACGTCCCTTCGGCCCTCAATCCAGCGGACCTTCCT
TCCCGCGGCCTGCTGCCGGCTCTGCGGCCTCTTCCGCGTCTTCGCCTTCGCCCTC

" AGACGAGTCGGATCTCCCTTTGGGCCGCCTCCCCGCATCGATACCGTCGACTAG

CCGTACCTTTAAGACCAATGACTTACAAGGCAGCTGTAGATCTTAGCCACTTTTT
AAAAGAAAAGGGGGGACTGGAAGGGCTAATTCACTCCCAAAGAAGACAAGATC
TGCTTTTTGCCTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGGGAGCT
CTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGT
GCTTCAAGTAGTGTGTGCCCGTCTGTTGTGTGACTCTGGTAACTAGAGATCCCTC
AGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGAATTCGATATCAAGCTTAT
CGATACCGTCG A(ETCGA GIGGGGGGCCCGGTACCCAATTCGCCCTATAGTGAGT
CGTATTACAATTCACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTG
GCGTTACCCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAA
TAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGG
CGAATGGAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATTTITGTT
AAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAAT
CAAAAGAATAGACCCGAGATAGGGTTGAGTOTTGTTCCAGTTTGGAACAAGAGT
CCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCA
GGGCCATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAG
GTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCTTG
ACGGGGAAAGCCOGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGA
GCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTAACCACCAC
ACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTTICGGGG
AAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTAT
CCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAG
103
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AGTATGAGTATTCAACATTTCCGTGTCGCCCTTATTCCCTTTTTTGCGGCATTTTG
CCTTCCTGTTTTTGCTCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGA
TCAGTTGGGTGCACGAGTOGGTTACATCGAACTGGATCTCAACAGCGGTAAGAT
CCTTGAGAGTTTTCGCCCCGAAGAACGTTTITCCAATGATGAGCACTTTTAAAGTT
CTGCTATGTGGCGCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGOT
CGCCOCATACACTATTCTCAGAATGACTTGGTTCGAGTACTCACCAGTCACAGAA
AAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACC
ATGAGTGATAACACTGCGGCCAACTTACTICTGACAACGATCGGAGGACCGAA
GGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCG
TTGGGAACCGGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGA
TGCCTGTAGCAATGGCAACAACGTIGCGCAAACTATTAACTGGCGAACTACTTA
CTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAG
GACCACTTCTGCGCTCOGCCCTTCCGGCTGGCTGGTTTATTIGCTGATAAATCTGG
AGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAA
GCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAGGCAACTATGGATGA
ACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTCGATTAAGCATTGGTAACT
GTCAGACCAAGTTTACTCATATATACTTTAGATTGATITAAAACTTCATTTTTAA
TTTAAAAGGATCTAGGTGAAGATCCTTTITGATAATCTCATGACCAAAATCCCTT
AACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGAT
CTTCTTCGAGATCCITTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACT
ACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTITTTCCG
AAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTTCTAGTGTAG
CCOTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCT
CTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCG
GGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACG
GGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAG
ATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGG
CGOACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGCGACAGCGCACGAGGGA
GCTTCCAGGGGGAAACGCCTGGTATCTTITATAGTCCTGTCGGGTTTCGCCACCTC
TGACTTGAGCGTCGATTTTTGCTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAA
AACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTIGCTGGCCTTTTGCTC _
ACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCTTT
GAGTGAGCTGATACCGCTCGCCGCAGCCGAACGACCGAGCGCAGCGAGTCAGT
GAGCGAGGAAGCGOAAGAGCGCCCAATACGCAAACCGCCTCTCCCCGCGCGTT
GGCCGATTCATTAATGCAGCTGGCACGACAGGTTTCCCGACTGGAAAGCGGGCA
GTGAGCGCAACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCAGGCTT
TACACTTTATGCTTCCOGCTCGTATGTTGTGTGGAATTGTGAGCGGATAACAATT
TCACACAGGAAACAGCTATGACCATGATTACGCCAAGCTCGAAATTAACCCTCA
CTAAAGGGAACAAAAGCTGGAGCTCCACCGCGOGTGGCGGCCTCGAGGTCGAGA
TCCGGTCGACCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTA
ACTCCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTITTTTTATTTA
TGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAG
GCTTTTTTGGAGGCCTAGGCTTTTGCAAAAAGCTTCGACGGTATCGATTGGCTCA
TGTCCAACATTACCGCCATGTTGACATTGATTATTGACTAGTTATTAATAGTAAT
CAATTACGGGGTCATTAGTTCATAGCCCATATATCGAGTTCCGCGTTACATAAC
TTACGGTAAATGCGCCCGCCTGGCTCACCGCCCAACGACCCCCGUCCATTGACGT
CAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTITCCATTGACGTC
104
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AATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATC
ATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGC
ATTATGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGT
ATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCG

TGGATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAA

TGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTAACAA
CTCCGCCCCATTCGACGCAAATGGGCGGTAGGCGTGTACGGAATTCGGAGTGGCG
AGCCCTCAGATCCTGCATATAAGCAGCTGCTTTTIGCCTGTACTGGGTCTCTCTG
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Table 12 .
Leader R12- Hinge- CH3- CD28tm/41BB-Z-T2A-EGFR (SEQ ID NO:40)

Leader

MLLLVTSLLLCELPHPAFLLIP

RI2 scFV
QEQLVESGGRLVTPGGSLTLSCKASGFDFSAYYMSWVRQAPGKGLEWIATIYPSSG
KTYYATWVNGRFTISSDNAQNTVDLOMNSLTAADRATYFCARDSYADDGALFNI
WGPGTLVTISSGGGGSGGGGSGGGGSELVLTQSPSVSAALGSPAKITCTLSSAHKTD
TIDWYQOQLQGEAPRYLMQVQSDGSYTKRPGYPDRFSGSSSGADRYLIIPSVQADDE
ADYYCGADYIGGYVFGGGTQLTVIG

Hinge Spacer

ESKYGPPCPPCP

CH3
GQPREPQVYTLPPSQEEM’I‘K’NQVSLLVKGFYPSDIAVEWESNGQPENNYK'{TPP
VLDSDGSFFLYSRLTVDKSRWQEGNVE! S@S VMHEALHNHYTQKSLSLSLGK
CD28tm

MFWVLVVVGGVLACYSLLVTVAFIIFWY

4-1BB

KRGRKKLLYIFKQPFFMRIVQTTQEEDGCSCRFPEEEEGGCEL

CD3 zeta
RVEKFSRSADAPAYQOGONQLYNELNLGRREEYDVLDKRRGRDPEMGGKPRRKNP
QEGLYNELQKDKMAEAYSEIGMKGERRRGK GHDGLYQGLSTATKDTYDALHMQ
ALPPR

T2A

LEGGGEGRGSLLTCGDVEENPGPR.

tEGFR

MLULLVTSLLLCELPHPAFLLIPRK VCNGIGIGEFKDSLSINATNIK HFKNCTSISGDLHI
LPVAFRGDSFTHTPPLDPQELDILKTVKEITGFLLIQAWPENRTDLHAFENLEIIRGRT
KOHGQFSLAVVSLNITSLGLRSLKEISDGDVHSGNKNLCY ANTINWKKLEGTSGQK
TRHSNRGENSCKATGQVCHALCSPEGCWGPEPRDCVSCRNVSRGRECYDKCNLLE
GEPREFVENSECIQCHPECLPQAMNITCTGRGPDNCIQCAHYIDGPHCVKTCPAGVM
GENNTLVWKYADAGHVCHLCHPNCTYGCTGPGLEGCPTNGPKIPSIATGMVGALL
LLLVVALGIGLFM
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Tabic 13

R12 short spacer CAR: PJ_R12-Hinge-41BB-7-T2A~tEGFR (SEQ 1D NO:41)
GTTAGACCAGATCTGAGCCTGGGAGCTCTCTGGCTAACTAGGGAACCCACTGCT
TAAGCCTCAATAAAGCTTGCCTTGAGTGCTITCAAGTAGTGTGTGCCCGTCTGTTG
TGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTITAGTCAGTGTGGAAAATC
TCTAGCAGTGGCGCCCGAACAGGGACTTGAAAGCGAAAGGGAAACCAGAGOAG
CTCTCTCGACGCAGCGACTCGGCTTGCTGAAGCGCGCACGGCAAGAGGCGAGGG
GCGGCGACTGOTGAGTACGCCAAAAATTTTGACTAGCGGAGGCTAGAAGGAGA.
GAGATGGUGTGCGAGAGCGTCAGTATTAAGCGGGGGAGAATTAGATCGATGGGA
AAAAATTCGGTTAAGGCCAGGGGGAAAGAAAAAATATAAATTAAAACATATAG
TATGGGCAAGCAGGGAGCTAGAACGATTCGCAGTTAATCCTGGCCTOTTAGAAA
CATCAGAAGGCTGTAGACAAATACTGGCACAGCTACAACCATCCCTTCAGACA
GGATCAGAAGAACTTAGATCATTATATAATACAGTAGCAACCCTCTATIGTGTG
CATCAAAGGATAGAGATAAAAGACACCAAGCGAAGCTTTAGACAAGATAGAGGA
AGAGCAAAACAAAAGTAAGAAAAAAGCACAGCAAGCAGCAGCTGACACAGGA
CACAGCAATCAGGTCAGCCAAAATTACCCTATAGTGCAGAACATCCAGGGGCA
AATGGTACATCAGGCCATATCACCTAGAACTTTAAATGCATGGGTAAAAGTAGT
AGAAGAGAAGGCTTTCAGCCCAGAAGTGATACCCATGTTTTCAGCATTATCAGA
AGGAGCCACCCCACAAGATTTAAACACCATGCTAAACACAGTGGGGGGACATC
AAGCAGCCATGCAAATGTTAAAAGAGACCATCAATGAGGAAGCTGCAGGCAAA
GAGAAGAGTGGTGCAGAGAGAAAAAAGAGCAGTGGGAATAGGAGCTTTGTTCC
TTGGGTTCTTGGGAGCAGCAGGAAGCACTATGGGCGCAGCGTCAATGACGCTG
ACGUGTACAGGCCAGACAATTATTGTCTGGTATAGTGCAGCAGCAGAACAATTTG
CTGAGGGCTATTGAGGCGCAACAGCATCTGTTGCAACTCACAGTCTGGGGCATC
AAGCAGCTCCAGGCAAGAATCCTGGCTGTGGAAAGATACCTAAAGGATCAACA
GCTCCTGGGGATTTGGGOTTGCTCTGGAAAACTCATTTGCACCACTGCTGTGCCT
TGGATCTACAAATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTG
GGGGGTACAGTGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAA
ACTAAAGAATTACAAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTAC
AGGGACAGCAGAGATCCAGTTTGGGGATCAATTGCATGAAGAATCTGCTTAGG
GTTAGGCGTTTTGCGCTGCTTCGCGAGGATCTGCGATCAGCTCCGGTGCCCGTCA
GTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCG
GCAATTGAACCGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGAT
GTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGT
GCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAG
CTGAAGCTTCGAGGGGCTCGCATCTCTCCTTCACGCGCCCGCLCGCCCTACCTGA
GGCCGCCATCCACGCCGGTTGAGTCGCGTICTGCCGCCTCCCGCCTGTGGTGCC
TCCTGAACTGCGTCCGCCGTCTAGGTAAGTITAAAGCTCAGGTCCAGACCGGGC
CTTTGTCCGGCGCTCCCTTGGAGCCTACCTAGACTCAGCCGGCTCTCCACGTTTT
GCCTGACCCTGCTTGCTCAACTCTACGTCTITGTTTCGTTTTCTGTTCTGCGCCGT
TACAGATCCAAGCTGTGACCGGCGCCTACG

IGCTAGH
Riz seFV)

AC@A’FQ}CTG CTGCTGGTGACAAGCCTGCTGCTGTGCGAGCTGCCCCACCCCGLC
TTTCTGCTCGATCCCCCAGGAACAGCTCGTCGAAAGCGGCGGCAGACTGGTGACA
CCTGGCGGCAGCCTGACCCTGAGCTGCAAGGCCAGCGGCTTCGACTTCAGCGCC
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TACTACATGAGCTGGGTCCGCCAGGCCCCTGGCAAGGGACTGGAATGGATCGCC
ACCATCTACCCCAGCAGCGGCAAGACCTACTACGCCACCTGGGTGAACGGACG
GTTCACCATCTCCAGCGACAACGCCCAGAACACCGTGGACCTGCAGATGAACA
GBCCTGACAGCCGCCGACCGGGCCACCTACTTTTGCGCCAGAGACAGCTACGCCG
ACGACGGCGCCCTGTTCAACATCTGGGGCCCTGGCACCCTGGTGACAATCTCTA
GCGGCGGAGGCGOATCTGGTGGCGGAGGAAGTGGCGGCAEGAGGATCTGAGCTG
GTOCTGACCCAGAGCCCCTCTGTGTCTGCTGCCCTGGGAAGCCCTGCCAAGATC
ACCTGTACCCTGAGCAGCOGCCCACAAGACCGACACCATCGACTGGTATCAGCA
GCTGCAGGGCGAGGCCCCCAGATACCTGATGCAGGTGCAGAGCGACGGCAGCT
ACACCAAGAGGCCAGGCGTGCCCGACCGGTTCAGCGGATCTAGCTCTGGCGCC
GACCGCTACCTGATCATCCCCAGCOTGCAGOUCBATGACGAGGCCGATTACTAC
TGTGGCGCCGACTACATCGGLGGCTACGTGTTCGGCGGAGGCACCCAGCTGACC
G

ATGTTCTGGGTGCTGGTGGTGGTGGGCGGGGTGCTGGCCTGCTACAGCCTGCTG
GTGACAGTGGCCTTCATCATCTTTTGGGTGAAACGGGGCAGAAAGAAACTCCTG
TATATATTCAAACAACCATTTATGAGACCAGTACAAACTACTCAAGAGGAAGAT
GGCTGTAGCTGCCGATTICCAGAAGAAGAAGAAGGAGGATCTGAACTG

CD3 zeta
CGGGTGAAGTTCAGCAGAAGCGCCGACGCCCCTGCCTACCAGCAGGGCCAGAA
TCAGCTGTACAACGAGCTGAACCTGGGCAGAAGGGAAGAGTACGACGTCCTGG
ATAAGCGGAGAGGCCGGGACCCTGAGATGGGCGGCAAGCCTCGGCCGAAGAAC
CCCCAGGAAGGCCTGTATAACGAACTGCAGAAAGACAAGATGGCCGAGGCCTA
CAGCGAGATCOGGCATGAAGGGCGAGCGGAGGCGGGGCAAGGGCCACGACGGC
CTGTATCAGGGCCTGTCCACCGCCACCAAGGATACCTACGACGCCCTGCACATG
CAGGCCCTGCCCCCAAGG

T2A
ICTCGAGGGCGGCGGAGAGGGCAGAGGAAGTCTTCTAACATGCGGTGACGTGGA
GGAGAATCCCGGCCCTAGG

tEGFR
ATGCTTCTCCTGGTGACAAGCCTTCTGCTCTGTGAGTTACCACACCCAGCATTCE
TCCTGATCCCACGCAAAGTGTGTAACGGAATAGGTATTGGTGAATTTAAAGACT
CACTCTCCATAAATGCTACGAATATTAAACACTTCAAAAACTGCACCTCCATCA
GTGGCGATCTCCACATCCTGCCGGTGGCATTTAGGGGTGACTCCTTCACACATA
CTCCTCCTCTIGGATCHACAGGAACTGGATATTCTGAAAACCGTAAAGGAAATCA
CAGGGTTTTTGCTGATTCAGGCTTGGCCTGAAAACAGGACGGACCTCCATGCCT
TTGAGAACCTAGAAATCATACGCGGCAGGACCAAGCAACATGGTCAGTTTICTC
TTGCAGTCGTCAGCCTGAACATAACATCCTTGGGATTACGCTCCCTCAAGGAGA
TAAGTGATGGAGATGTGATAATITCAGGAAACAAAAATTTGTGCTATGCAAATA
CAATAAACTGGAAAAAACTGTTIGGGACCTCCGGTCAGAAAACCAAAATTATA
AGCAACAGAGGTGAAAACAGCTGCAAGGCCACAGGCCAGGTCTGCCATGCCTT
GTGCTCCCCCGAGGGCTRCTGGGGCCCOCAGCCCAGCOACTGCGTCTCTTGCOG
GAATCTCAGCCGAGGCAGGGAATGCGTGGACAAGTGCAACCTTCTGGAGGGTG
AGCCAAGGGAGTTTGTGGAGAACTCTGAGTGCATACAGTGCCACCCAGAGTGC
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CTGCCTCAGGCCATGAACATCACCTGCACAGGACGGGGACCAGACAACTGTATC
CAGTGTGCCCACTACATTGACGGCCCCCACTGCGTCAAGACCTGCCCGGCAGGA
GTCATGGGAGAAAACAACACCCTGGTCTCGAAGTACGCAGACGCCGGCCATGT
GTGCCACCTGTGCCATCCAAACTGCACCTACGGATGCACTGGGCCAGGTCTTGA
AGGCTGTCCAACGAATGGGCCTAAGATCCCGTCCATCGCCACTGGGATOGTGGG
GGCCCTCCTCTTGCTGCTGGTGGTGGCCCTGGGGATCGGCCTCTTCATGTGA
[GCGGCOGATCTAGACCCGGGCTGCAGGAATTCGATATCAAGCTTATCGATAATC
AACCTCTGGATTACAAAATTTGTGAAAGATTGACTGGTATTCTTAACTATGTTGC
TCCTTTTACGCTATGTGGATACGCTGCTTTAATGCCTTTGTATCATGCTATTGCTT
CCCGTATGGCTTTCATTTTCTCCTCCTTGTATAAATCCTGGTTGCTGTCTCTTTAT
GAGGAGTTGTGGCCCGITGTCAGGCAACGTGGCGTGGTGTGCACTGTGTTTGCT
GACGCAACCCCCACTGGTTGGGGCATTGCCACCACCTGTCAGCTCCTTTCCGGG
ACTTTCGCTTTCCCCCTCCCTATTGCCACGGOGGAACTCATCGCCGCCTGCCTTG
CCCGCTGCTGGACAGGGGCTCGGCTGTTGGGCACTGACAATTCCGTGGTGTTGT
CGOGGAAATCATCGTCCTTTCCTTGGCTGCTCGCCTGTGTTGCCACCTGGATTCT
GCGCGGGACGTCCTTCTGCTACGTCCCTTCGGCCCTCAATCCAGCGGACCTTCCT
TCCCGCGGCCTGCTGCCGGCTCTGCGGCCTCTTCCGCGTCTTCGCCTTCGCCCTC
AGACGAGTCGGATCTCCCTTTGGGCCGCCTCCCCGCATCGATACCGTCGACTAG
CCGTACCTTTAAGACCAATGACTTACAAGGCAGCTGTAGATCTTAGCCACTTTTT
AAAAGAAAAGGGGGGACTGGAAGGGCTAATTCACTCCCAAAGAAGACAAGATC
TGCTTTTTGCCTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGGGAGCT
CTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGT
GCTTCAAGTAGTGTGTGCCCGTCTGTTGTGTGACTCTGGTAACTAGAGATCCCTC
AGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGAATTCGATATCAAGCTTAT
CGTATTACAATTCACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTG
GCGTTACCCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAA
TAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGG
CGAATGGAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATITTTGTT
AAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAAT
CAAAAGAATAGACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGT
CCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCA
GGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTITGGGGTCGAG
GTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCTTG
ACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGA
GCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTAACCACCAC
ACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTTTCGGGG
AAATGTGCGCGOAACCCCTATTTGTTTATTITTCTAAATACATTCAAATATGTAT
CCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAG
AGTATGAGTATTCAACATTTCCGTGTCGCCCTTATTCCCTTTTTTGCGGCATITTG
CCTTCCTGTTTTTGCTCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGA
TCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGATCTCAACAGCGGTAAGAT
CCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTT
CTGCTATGTGGCGCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGT
CGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAA
AAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACC
ATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAA
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GGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCG
TTGGGAACCGGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGA
TGCCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTA
CTCTAGCTTCCCGGCAACAATTAATAGACTGCATGGAGGCGGATAAAGTTGCAG
GACCACTICTGCGCTCGGCCCTTCCGGUTGGCTGGTTTATIGCTGATAAATCTGG
AGCCGATGAGCOGTGGGTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAA
GCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAGGCAACTATGGATGA
ACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTAACT
GTCAGACCAAGTITACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAA
TTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTT
AACGTGAGTTITTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGAT
CTTCTTGAGATCCTTITITTTCTGCGOGTAATCTGCTGCTTGCAAACAAAAAAALCC

© ACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTITICCG

AAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTTCTAGTGTAG
CCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCT
CTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCG
GGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCCGOCTCGAACG
GGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAG
ATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGG
CGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGA
GCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTC
TGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGCGAGCCTATGGAAA

- AACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTC

ACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCTIT
GAGTGAGCTGATACCGCTCGCCGCAGCCGAACGACCGAGCGCAGCGAGTCAGT
GAGCGAGGAAGCGGAAGAGCGCCCAATACGCAAACCGCCTCTCCCCGUGCGTT
GOCCGATTCATTAATGCAGCTUGCACGACAGCGTTITCCCGACTGGAAAGCGGGCA
GTGAGCGCAACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCAGGCTTY
TACACTTTATGCTTCCGGCTCGTATGTTGTGTGGAATTGTCGAGCGGATAACAATT
TCACACAGGAAACAGCTATGACCATGATTACGCCAAGCTCGAAATTAACCCTCA
CTAAAGGGAACAAAAGCTGGAGCTCCACCGCGGTGGCGG CTCGAGGTCGAGA
TCCGGTCCACCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTA
ACTCCGUCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTITATTTA
TGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTICCAGAAGTAGTGAGGAG
GCTTTTTTGGAGGCCTAGGCTTTTGCAAAAAGCTTCGACGGTATCGATTGGCTCA
TOTCCAACATTACCGCCATGTTGACATTGATTATTGACTAGTTATTAATAGTAAT
CAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAAC
TTACGGTAAATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGT
CAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTC
AATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATC
ATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGC
ATTATGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGT
ATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCG
TGGATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAA
TCGCAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTAACAA
CTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGAATTCGGAGTGGCG
AGCCCTCAGATCCTGCATATAAGCAGCTGCTTTTTGCCTGTACTGGGTCTCTCTG
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Table 14
Leader R12 - CD28tm/41BB-Z-T2ZAAEGFR(SEQ ID NO:42)

Leader
MLLLVTSLLLCELPHPAFLLIP

" schy R12

QEQLVESGGRLVTPGGSLTLSCKASGEDFSAYYMSWVRQAPGKGLEWIATIVPSSG
KTYYATWVNGRFTISSDNAQNTVDLOMNSLTAADRATYFCARDSYADDGALFNI
WGPGTLVTISSGGGGSGGGGSGGGGSTELYLTOSPSVSAALGSPAKITCTLSSAHKTD
TIDWYQQLQGEAPRYLMQVQSDGSYTKRPGVPDRFSGSSSGADRYLIPSVQADDE
ADYYCGADYIGGYVFGGGTQLTVTG

Hinge/spacer

ESKYGPPCPPCP

CD28tm

MFWVLVVVGGVLACYSLLVTVAFIIFWY

4-1BB

KRGRKKLLYIFKQPFMRPVQTTQEEDGCSCRFPEEEEGGCEL

Chi3zeta '
RVEFSRSADAPAYQQGONQLYNELNLGRREEYDVLDKRRGRDPEMGGKPRRKNP
QEGLYNELQKDKMAEAYSEIGMKGERRRGKGHDGLYQGLSTATKDTYDALHMQ
ALPPR

T2ZA

LEGGGEGRGSLLTCGDVEENPGPR

tEGFR .
MLLLVTSLLLCELPHPAFLLIPRK VCNGIGIGEFKDSLSINATNIKHFKNCTSISGDLHI
LPVAFRGDSFTHIPPLDPQELDILKTVKEITGFLLIQAWPENRTDLHAFENLEIRGRT
KQHGQFSLAVVSLNITSLGLRSLKEISDGDVISGNKNLCY ANTINWKKILFGTSGQK
TKIHSNRGENSCKATGQVCHALCSPEGCWGPEPRDCVSCRNVERGRECYDKCNLLE
GEPREFVENSECIQCHPECLPQAMNITCTGRGPDNCIQCAHYIDGPHCVKTCPAGVM
GENNTLYV WKYADAGHVCHLCHPNCTYGCTGPGLEGCPTNGPKIPSIATGMVGALL
LLLVVALGIGLFM
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Table 15
R1l long spacer CAR: PJ_R11-CH2-CH3-41BB-Z-T2A-4EGFR {(SEQ ID NO:43)

GTTAGACCAGATCTGAGCCTGGGAGCTCTCTGGCTAACTAGGGAACCCACTGCT
TAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTGTGTGCCCGTCTGTITG
TATGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATC
TCTAGCAGTGGCGCLCGAACAGGGACTIGAAAGCGAAAGGGAAACCAGAGGAG
CTCTCTCGACGCAGGACTCGGCTTGCTGAAGCGCGCACGGCAAGAGGCGAGGG
GCGGCOACTGGTCAGTACGCCAAAAATTTTGACTAGCGGAGGCTAGAAGGAGA
GAGATGGGTGCGAGAGCGTCAGTATTAAGCGGGGGAGAATTAGATCGATGGGA
AAAAATTCOGTTAAGGCCAGGGGCAAAGAAAAAATATAAATTAAAACATATAG
TATGGGCAAGCAGGGAGCTAGAACGATTCGCAGTTAATCCTGGCCTGTTAGAAA
CATCAGAAGGCTGTAGACAAATACTGGGACAGCTACAACCATCCCTTCAGACA,
GGATCAGAAGAACTTAGATCATTATATAATACAGTAGCAACCCTCTATTGTIGTG
CATCAAAGGATAGAGATAAAAGACACCAAGGAAGCTTITAGACAAGATAGAGGA
AGAGCAAAACAAAAGTAAGAAAAAAGCACAGCAAGCAGCAGCTGACACAGGA
CACAGCAATCAGGTCAGCCAAAATTACCCTATAGTOCAGAACATCCAGGGGCA
AATGGTACATCAGGCCATATCACCTAGAACTTTAAATGCATGGGTAAAAGTAGT
AGAAGAGAAGGCTTTCAGCCCAGAAGTGATACCCATGTTTTCAGCATTATCAGA
AGGAGCCACCCCACAAGATTTAAACACCATGCTAAACACAGTGGGGGGACATC
AAGCAGCCATGCAAATGTTAAAAGAGACCATCAATGAGGAAGCTGCAGGCAAA
GAGAAGAGTGGTGCAGAGAGAAAAAAGAGCAGTGGGAATAGGAGCTTTGTTCC
TTGGGTTCTTGGGAGCAGCAGGAAGCACTATGGGCGCAGCGTCAATGACGCTG
ACGGTACAGGCCAGACAATTATTGTCTGGTATAGTGCAGCAGCAGAACAATTTG
CTGAGGGCTATTGAGGCGCAACAGCATCTGTTGCAACTCACAGTCTGGGGCATC
AAGCAGCTCCAGGCAAGAATCCTGGCTGTCGGAAAGATACCTAAAGGATCAACA
GCTCCTGGGOGATTTGGGGTTGCTCTGGAAAACTCATTTGCACCACTGCTGTGCCT
TGGATCTACAAATGGCAGTATTICATOCACAATTTTAAAAGAAAAGGGGGCATTG
GGGGGTACAGTGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAA
ACTAAAGAATTACAAAAACAAATTACAAAAATTCAAAATTITCGGGTTTATTAC
AGGGACAGCAGAGATCCAGTTIGGGGATCAATTGCATGAAGAATCTGCTTAGG
GTTAGGCGTTTTGCGCTGCTTCGCGAGGATCTGCGATCGCTCCGGTGCCCGTCA
GTGGGCAGAGCGCACATCGCCCACAGTCCCCCGAGAAGTTGGGGGGAGGGGTCG
GCAATTGAACCGGTGCCTAGAGAAGGTGGCGCGGGUTAAACTGGGAAAGTGAT
GTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTOGGGGAGAACCGTATATAAGT
GCAGTAGTCGCCGTCAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAG
CTGAAGCTTCCGAGGGGCTCGCATCTCTCCTTCACGCGCCCGCCGCCCTACCTGA
GGCCGCCATCCACGCCAGGTTGAGTCGCGTTCTGCCGCCTCCCGCCTGTGGTGCC
TCCTGAACTGCGTCCGCCGTCTAGGTAAGTTTAAAGCTCAGGTCCAGACCGGGC
CTTTGTCCGGCGCTCCCTTGGAGCCTACCTAGACTCAGCCGGCTCTCCACGCTTT
GCCTGACCCTGCTTGCTCAACTCTACGTCTTTGTTTCGTITTCTGTYCTGCGCCGT
TACAGATCCAAGCTGTGACCGGCGCCTACG

seFy R12

CACCCCGCCTTTCTGCTGATCCCCCAGAGCGTCAAAGAGTCCCGAGGGCGACCTG
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GTCACACCAGCCGGCAACCTGACCCTGACCTGTACCGCCAGCGGCAGCGACATC
AACGACTACCCCATCTCTTGGGTCCGCCAGGCTCCTGGCAAGGGACTGGAATGG
ATCGGCTTCATCAACAGCGGCGGCAGCACTTGGTACGCCAGCTGGGTCAAAGGC
CGGTTCACCATCAGCCGGACCAGCACCACCGTGGACCTGAAGATGACAAGCCT
GACCACCGACGACACCGCCACCTACTTTTGCGCCAGAGGCTACAGCACCTACTA
CGGCOACTTCAACATCTGGGGCCCTGGCACCCTGOTCACAATCTCTAGCGGCGG
AGGCGGCAGCGGAGGTGGAGGAAGTGGCGGCGGAGGATCCGAGCTGGTCATGA
CCCAGACCCCCAGCAGCACATCTGGCGCCGTGGGCGGCACCGTGACCATCAATT
GCCAGGCCAGCCAGAGCATCGACAGCAACCTGGCCTGGTTCCAGCAGAAGCCC
GGCCAGCCCCCCACCCTGCTGATCTACAGAGCCTCCAACCTGGCCAGCGGLGTG
CCAAGCAGATTCAGCGGCAGCAGATCTGGCACCGAGTACACCCTGACCATCTCC
GGCGTGCAGAGAGAGGACGCCGCTACCTATTACTGCCTGGGCGGCGTGGGCAA
CGTGTCCTACAGAACCAGCTTCGGCGGAGGTACTGAGGTGGTCGTCAAA

e GCCCTGCCCCCCTTGCCCT

CH2
GCCCCCOAGTTCCTGGGCGGACCCAGCGTGTTCCTGTTCCCCCCCAAGCCCAAG
GACACCCTGATGATCAGCCGGACCCCCGAGGTGACCTGCGTGGTGGTGGACGTG
AGCCAGGAAGATCCCGAGGTCCAGTTCAATTGGTACGTGGACGGCGTGGAAGT
GCACAACGCCAAGACCAAGCCCAGAGAGGAACAGTTCAACAGCACCTACCGGG
TGGTGTCTGTGCTGACCGTGCTGCACCAGGACTGGCTGAACGGCAAAGAATACA
AG’%‘(‘CAAGGi‘GTCCAACAAGGGCCTGCCCAGLAGCAI“LGAAAAGACCATCAGC
AAGGCCAAG

CH3
GGCCAGCCTCGCGAGCCCCAGOTGTACACCCTGCCTCCCTCCCAGGAAGAGATG
ACCAAGAACCAGGTGTCCCTGACCTGCCTGGTCAAGGGCTTCTACCCCAGCGAC
ATCGCCGTGGAGTGGGAGAGCAACGGCCAGCCTGAGAACAACTACAAGACCAC
CCCTCCCGTGCTGGACAGCGACGGCAGCTTCTTCCTGTACAGCCGGCTGACCGT
GGACAAGAGCCGGTGGCAGGAAGGCAACGTCTTTAGCTGCAGCGTGATGCACG
AGGCCCTGCACAACCACTACACCCAGAAGAGCCTGAGCCTGTCCCTGGGCAAG
4-188
ATGTTCTGGGTGCTGGTGGTGGTGGGCGGGGTGCTGGCCTGCTACAGCCTGCTG
GTGACAGTGGCCTTCATCATCTTTICGGTGAAACGGGGCAGAAAGAAACTCCTG
TATATATTCAAACAACCATTTATGAGACCAGTACAAACTACTCAAGAGGAAGAT
GGCTGTAGCTGCCGATTTCCAGAAGAAGAAGAAGGAGGATGTGAACTG
CD3zeta
CGGGTGAAGTTCAGCAGAAGCGCCGACGCCCCTGCCTACCAGCAGGGCCAGAA
TCAGCTGTACAACGAGCTGAACCTGGGCAGAAGGGAAGAGTACGACGTCCTGG
ATAAGCGGAGAGGCCGGGACCCTGAGATGGGCGGCAAGCCTCGGCGGAAGAAC
CCCCAGGAAGGCCTGTATAACGAACTGCAGAAAGACAAGATGGCCGAGGCCTA
CAGCGAGATCGGCATGAAGGGCGAGCGCAGGCGGGGCAAGGGCCACGACGGEC
CTGTATCAGGGCCTGTCCACCGCCACCAAGGATACCTACGACGCCCTGCACATG
CAGGCCCTGCCCCCAAGG

T2A
CTCGAGIGGCGGCGGAGAGGGCAGAGGAAGTCTTCTAACATGCGGTGACGTGGA
GGAGAATCCCGGCCCTAGG

tEGFR
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ATGCTTCTCCTGGTGACAAGCCTTCTGCTCTGTGAGTTACCACACCCAGCATTCC
TCCTGATCCCACGCAAAGTGTGTAACGGAATAGGTATTGGTGAATTTAAAGACT
CACTCTCCATAAATGCTACGAATATTAAACACTTCAAAAACTGCACCTCCATCA
GTGGCGATCTCCACATCCTGCCGGTGACATTTAGGGGTGACTCCTTCACACATA
CTCCTCCTCTRGRIEEACAGGAACTGGATATTCTGAAAACCGTAAAGGAAATCA
CAGGGTTTTTGCTGATTCAGGCTTGGCCTGAAAACAGGACGGACCTCCATGCCT
TTGAGAACCTAGAAATCATACGCGGCAGGACCAAGCAACATGGTCAGTTTICTC
TTGCAGTCGTCAGCCTGAACATAACATCCTTGGGATTACGCTCCCTCAAGGAGA
TAAGTGATGGAGATGTGATAATTTCAGGAAACAAAAATTTGTGCTATGCAAATA
CAATAAACTGGAAAAAACTGTTTGGGACCTCCGGTCAGAAAACCAAAATTATA
AGCAACAGAGGTGAAAACAGCTGCAAGGCCACAGGCCAGGTCTGCCATGCCTT
GTGCTCCCCCGAGGGCTGCTGGGGCCCGGAGCCCAGGGACTGCGTCTCTTGCCG
GAATGTCAGCCGAGGCAGGGAATGCGTGGACAAGTGCAACCTTCTGGAGGGTG
AGCCAAGGGAGTTTGTGGAGAACTCTGAGTGCATACAGTGCCACCCAGAGTGC
CTGCCTCAGGCCATGAACATCACCTGCACAGGACGGGGACCAGACAACTGTATC
CAGTGTGCCCACTACATTGACGGCCCCCACTGCGTCAAGACCTGCCCGGCAGGA
GTCATGGGAGAAAACAACACCCTGGTCTGGAAGTACGCAGACGCCGGCCATGT
GTGCCACCTGTGCCATCCAAACTGCACCTACGGATGCACTGOGCCAGGTCTTGA
AGGCTGTCCAACGAATGGGCCTAAGATCCCGTCCATCGCCACTGGGATGGTGGO
GGCCCTCCTCTTGCTGCTGGTGGTGGCCCTGGGGATCGOCCTCTICATG R

GGCCOUTCTAGACCCGGGCTGCAGGAATTCGATATCAAGCTTATCGATAATC
AACCICTGGATTACAAAATTTGTGAAAGATTCGACTGGTATTCTTAACTATGTTGC
TCCTTTTACGCTATGTGGATACGCTGCTTTAATGCCTTTGTATCATGCTATTGCTT
CCCGTATGGCTTTCATTTTCTCCTCCTIGTATAAATCCTGGTTGCTGTCTCTTITAT
GAGGAGTTGTGGCCCGTIGTCAGGCAACGTGGCOTGGTGTGCACTGTGTTTGCT
GACGCAACCCCCACTGGTTGGGGCATTGCCACCACCTGTCAGCTCCTTTCCGGG
ACTTTICGCTTTCCCCCTCCCTATTGCCACGUCGGAACTCATCGCCGCCTGCCTITG
CCCGCTGCTGGACAGGGGCTCGGCTCTTCGGCACTGACAATTCCGTGGTGTTGT
CGGGGAAATCATCGTCCTTTCCTTGGCTGCTCGCCTGTGTTGCCACCTGGATTCT
GCGCGGGACGTCCTTCTGCTACGTCCCTTCGGCCCTCAATCCAGCGGACCTTCCT
TCCCGCGGCCTGCTGCCGGCTCTGCGGCCTCTTCCGCGTCTTCGCCTTCGCCCTC
AGACGAGTCGGATCTCCCTTTGGGCCGCCTCCCCGCATCGATACCGTCGACTAG
CCGTACCTTTAAGACCAATGACTTACAAGGCAGCTGTAGATCTTAGCCACTTTTT
AAAAGAAAAGGGGGCACTGGAAGGGCTAATTCACTCCCAAAGAAGACAAGATC
TGCTTTTTGCCTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGGGAGCT
CTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGT
GCTTCAAGTAGTGTGTCCCCGTCTGTTGIGTGACTCTGGTAACTAGAGATCCCTC
AGACCCTTTTAGTCAGTOTGGAAAATCTCTAGCAGAATTCGATATCAAGCTTAT
CGATACCGTCGAC,;"CTCGAGI( IGGGGGCCCGGTACCCAATTCGCCCTATAGTGAGT
CGTATTACAATTCACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTG
GCGTTACCCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAA
TAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGG
CGAATGGAAATTGTAAGCGTTAATATTITTGTTAAAATTCGCGTTAAATTTTTGTT
AAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAAT
CAAAAGAATAGACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGT
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CCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCA
GGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTIGGGGTCGAG
GTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCTTG
ACGGGGAAAGCCAGGCGAACGTGGCCAGAAAGGAAGGGAAGAAAGCGAAAGGA
GCOGGCOCTAGGGCGCTGOCAAGTGTAGCGGTCACGCTGCGCGTAACCACCAC
ACCCGCCGCGCTTAATGCGCCGCTACAGGGCGUGTCAGGTGGCACTTTTCGGGG
AAATGTGCGCGGAACCCCTATTTGTTTATTITTICTAAATACATTCAAATATGTAT
CCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAG
AGTATGAGTATTCAACATTTCCOTGTCGCCCTTATTCCCTTTTTIGCGGCATTITG
CCTTCCTGTTTTTGCTCACCCAGAAACGCTOOTGAAAGTAAAAGATGCTCAAGA
TCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGATCTCAACAGCGGTAAGAT
CCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTT
CTGCTATGTGGCGCGGTATTATCCCOTATTGACGCCGGGCAAGAGCAACTCGGT
CGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAA
AAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACC
ATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAA
GGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCG
TTGGGAACCGGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGA
TGCCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTA
CTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAG
GACCACTTCTGCGCTCGGCCCTTCCGGCTGGLTGGTITATTOCTGATAAATCTIGG
AGCCGGTGAGCGTGGCOTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAA
GCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAGGCAACTATGGATGA
ACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTAACT
GTCAGACCAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAA
TITAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATCGACCAAAATCCCTT
AACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGAT
CTTICTTGAGATCCTTTITITTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACC
ACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCG
AAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTTCTAGTGTAG
CCOGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGUCTACATACCTCGCT
CTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTOGCCGATAAGTCGTGTCTTACCG
GGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGECTGAACG .
GGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAG
ATACCTACAGCGTCAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGG
CGGACAGGTATCCGGTAAGCGGCAGGGTCGCGAACAGGAGAGCGCACGAGGGA
GCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTC
TGACTTGAGCGTCGATTTTTGTCGATGCTCGTCAGGGGGGCGGAGCCTATGGAAA
AACGCCAGCAACGCGGCCTTTITTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTC

CACATGTTCTTTCCTGCGTTATCCCCTCGATTICTGTGGATAACCGTATTACCGCCTTT

GAGTGAGCTGATACCGCTCGCCGCAGCCGAACGACCGAGCGCAGCOAGTCAGT
GAGCGAGGAAGCGGAAGAGCGCCCAATACGCAAACCGCCTCTCCCCGCGCGTT
GGCCCATTCATTAATGCAGCTGGCACGACAGGTTTCCCGACTGGAAAGCGGGCA
GTGAGCGCAACGCAATTAATGTCAGTTAGCTCACTCATTAGGCACCCCAGGCTT
TACACTTTATGCTTCCGGCTCGTATGTTGTGTGGAATTGTGAGCGGATAACAATT
TCACACAGGAAACAGCTATGACCATCGATTACGCCAAGCTCGAAATTAACCCTCA
CTAAAGGGAACAAAAGCTGGAGCTCCACCGCGGTGGCGGC CTCG;}N(_}}GTCGAGA
{t5
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TCCGGTCGACCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTA
ACTCCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTTA
TGCAGAGGCCGAGGCCGCCTCGGCCTCTCGAGCTATTCCAGAAGTAGTGAGGAG
GCTTTTTTGCGAGGCCTAGGCTTTTGCAAAAAGCTTCGACGGTATCCGATTGGCTCA
TGTCCAACATTACCGCCATGTTGACATTGATTATTGACTAGTTATTAATAGTAAT
CAATTACGGGGTCATTAGTTCATAGCCCATATATGCGAGTTCCGCGTTACATAAC
TTACGGTAAATGOCCCGCCTGGUTGACCGUCCAACGACCCCCGCCCATTGACGT
CAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTC
AATGCGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATC
ATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGT
ATTATGCCCAGTACATGACCTTATGGGACTITCCTACTTGGCAGTACATCTACGT
ATTAGTCATCGCTATTACCATCGGTGATGCGGTITTTGGCAGTACATCAATGGGCG
TGGATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAA
TGGGAGTTTGTTTTOGCACCAAAATCAACGGGACTTTCCAAAATGTCGTAACAA
CTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGAATTCGGAGTGGCG
AGCCCTCAGATCCTGCATATAAGCAGCTGCTTTTTIGCCTGTACTGGGTCTCTCTG
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Table 16

Leader R11- Hinge-CH2-CH3- CD28tm/4 I BB-Z-T2A-EGFR (SEQ ID NO:44)
Leader

MLLEVTSLLLCELPHPAFLLIP

R11 scfv

QSVKESEGDLVTPAGNLTLTCTASGSDINDYPISWVRQAPGKGLEWIGFINSGGSTW
YASWVKGRFTISRTSTTVDLKMTSLTTDDTATYFCARGYSTY YGDFNIWGPGTLVY
ISSGGGGSGGGGRGGGGSELVMTQTPSSTSGAVGGTVTINCQASQSIDSNLAWFQQ
KPGQPPTLLIYRASNLASGVPSRFSGSRSGTEYTLTISGVQREDAATYYCLGGVGNY
SYRTSFGGGTEVVVK

Hinge/Spacer

ESKYGPPCPPCP

CH2

APEFLGGPSVF. LFPPKPKDTLMISRTPEVI@VVVDVSQEDPBVQFN WYVDGVEVHN
AKTKPREEQFNSTYRVVS VLTVLHQDWLNGI&YK@KVSN KGLPSSIEKTISKAK
CH3

GQPREPQVY Y‘]‘LPPSQEEMTKNQVSLT@LVKGF YPSDIAVEWESNGOQPENNYKTTPP
VLDSDGSFFLYSRLTVDKSRWQEGNVE S@SVM HEALHNHYTQKSLSLSLGK
CD28tm '
MEFWVLVVVGGVLACYSLLVTVAFIFWV

4-1BB
KRGRKKLLY§FKQI_’FMRPVQTTQEEDGCSCRF PEEEEGGCEL
CD3zeta

RYKFSRSADAPAYQQGONQLYNELNLGRREEYDVLDKRRGRDPEMGGKPRRKNP
QEGLYNELQKDKMAEAYSEIGMKGERRRGKGHDGLYQGLSTATKDTYDALHMQ
ALPPR

TZA

LEGGGEGRGSLLTCGDVEENPGPR

tEGFR
MLLLVTSLLLCELPHPAFLLIPRKVCNGIGIGEFKDSLSINATNIKHFKNCTSISGDLHI
LPVAFRGDSFTHTPPLDPQELDILKTVKEITGFLLIQAWPENRTDLHAFENLEIRGRT
KQHGQFSLAVVSLNITSLGLRSLKEISDGDVIISGNKNLCY ANTINWKKLFGTSGQK
TKHSNRGENSCKATGQVCHALCSPEGCWGPEPRDCVSCRNVSRGRECVDKCNLLE
GEPREFVENSECIQCHPECLPQAMNITCTGRGPDNCIQCAHYIDGPHCYK TCPAGYM
GENNTLYWKYADAGHVCHLCHPNCTYGCTGPGLEGCPTNGPKIPSIATGMVGALL
LLLVVALGIGLFM
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Table 17
R11 mmtermediate spacer CAR: P:T“Rl 1-CH3-41BB-Z-T2A<EGFR (SEQ ID NO:45)

GTTAGACCAGATCTGAGCCTGGGAGCTCTCTGGCTAACTAGGGAACCCACTGCT
TAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTGTGTGCCCGTCTGTTG
TGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATC
TCTAGCAGTGGCGCCCGAACAGGGACTTGAAAGCGAAAGGGAAACCAGAGGAG
CTCTCTCGACGCAGGACTCGGCTTGCTGAAGCGCGCACCGCAAGAGGCGAGGG
GCGGCGACTGGTGAGTACGCCAAAAATTTTGACTAGCGGAGGCTAGAAGGAGA
GAGATGGGTGCGAGAGCGTCAGTATTAAGCGGGGGAGAATTAGATCGATGGGA
AAAAATTCGGTTAAGGCCAGGGGGAAAGAAAAAATATAAATTAAAACATATAG
TATGGGCAAGCAGGGAGCTAGAACGATTCGCAGTTAATCCTGGCCTGTTAGAAA
CATCAGAAGGCTGTAGACAAATACTGGGACAGCTACAACCATCCCTTCAGACA
GGATCAGAAGAACTTAGATCATTATATAATACAGTAGCAACCCTCTATTGTGTG
CATCAAAGGATAGAGATAAAAGACACCAAGGAAGCTTTAGACAAGATAGAGGA
AGAGCAAAACAAAAGTAAGAAAAAAGCACAGCAAGCAGCAGCTGACACAGGA
CACAGCAATCAGGTCAGCCAAAATTACCCTATAGTGCAGAACATCCAGGGGCA
AATGGTACATCAGGCCATATCACCTAGAACTTTAAATGCATGGGTAAAAGTAGT
AGAAGAGAAGGCTTTCAGCCCAGAAGTGATACCCATGTTTTCAGCATTATCAGA
AGGAGCCACCCCACAAGATTTAAACACCATGCTAAACACAGTGGGGGGACATC
AAGCAGCCATGCAAATGTTAAAAGAGACCATCAATGAGGAAGCTGCAGGCAAA
GAGAAGAGTGGTGCAGAGAGAAAAAAGAGCAGTGGGAATAGGAGCTTTGTTCC
TIGGGTTCTTGGGAGCAGCAGGAAGCACTATGGGCGCAGCGTCAATGACGCTG
ACGGTACAGGCCAGACAATTATIGTCTGGTATAGTGCAGCAGCAGAACAATTTG
CTGAGGGCTATTGAGGCGCAACAGCATCTGTTGCAACTCACAGTCTGGGGCATC
AAGCAGCTCCAGCCAAGAATCCTGGCTGTGGAAAGATACCTAAAGGATCAACA
GCTCCTGGGRATTTGGGGTTGCTCTGGAAAACTCATTTGCACCACTGCTGTGCCT
TGGATCTACAAATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTG
GGOGGTACAGTGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAA
ACTAAAGAATTACAAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTAC
AGGGACAGCAGAGATCCAGTTTGGGGATCAATTGCATGAAGAATCTGCTTAGG
GTTAGGCGTTTTGCGCTGCTTCGCGAGGATCTGCGATCGCTCCGGTGCCCGTCA
GTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCG
GCAATTGAACCGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGAT
GTCGTGTACTGGCTCCGCCTTTTTCCCCAGGGTGGGGGAGAACCGTATATAAGT
GCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAG
CTGAAGCTTCGAGGGGCTCGCATCTCTCCTTCACGCGCCCGCCGCCCTACCTGA
GGCCGCCATCCACGCCGGTTGAGTCGCGTTCTGCCGCCTCCCGCCTGTGGTGCC
TCCTGAACTGCGTCOGCCGTCTAGGTAAGTTTAAAGCTCAGGTCGAGACCGGGC
CTTTGTCCGGCGCTCCCTTGGAGCCTACCTAGACTCAGCCGGCTCTCCACGCTTT
GOCTGACCCTGCTTGCTCAACTCTACGTCTTIGTTTCGTTITCTGTTCTGCGCCGT
TACAGATCCAAGCTGTGACCGGCGCCTACG

GCTAGG ‘

K11 scFV
GAATTCGCCACHATICTGCTGCTGGTGACAAGCCTGCTGCTGTGCGAGCTGCCC
CACCCCGCCITTCTGCTGATCCCCCAGAGCGTGAAAGAGTCCGAGGGCGACCTG
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GTCACACCAGCCGGCAACCTGACCCTGACCTGTACCGCCAGCGGCAGCGACATC
AACGACTACCCCATCTCTTGGGTCCGCCAGGCTCCTGGCAAGGGACTGGAATGG
ATCGGUTTCATCAACAGCGGCOGCAGCACTTGUTACGCCAGCTGGGTCAAAGGC
CGGTTCACCATCAGCCGGACCAGCACCACCGTGGACCTGAAGATGACAAGCCT
GACCACCGACGACACCGCCACCTACTTTTGCGCCAGAGGCTACAGCACCTACTA
CGOCGACTTCAACATCTGGGOCCCTGGCACCCTGGTCACAATCTCTAGCGGCGG
AGGCGGCAGCGGAGGTGGAGGAAGTGGCGGCGGAGGATCCGAGCTGGTCATGA
CCCAGACCCCCAGCAGCACATCTGGCGCCAGTGOGCGGCACCGTGACCATCAATT
GCCAGGCCAGCCAGAGCATCGACAGCAACCTGGCCTGOTTCCAGCAGAAGCCC
GGUCAGCCCCCCACCCTGCTGATCTACAGAGCCTCCAACCTGGCCAGCGGCGTG
CCAAGCAGATTCAGCGGCAGCAGATCTGGCACCGAGTACACCCTGACCATCTCC
GGCGTGCAGAGAGAGGACGCCGCTACCTATTACTGCCTGGGCGGCGTGGGTCAA
CAGTGTCCTACAGAACCAGCTTCGGCGGAGGTACTGAGGTGGTCGTCAAA
Hinge/spacer

PAGEACEGCCCTGCCCCCCTTGCCCT

GCCCCCGAGTTCCTOCGGCGCACCCAGCGTGTTCCTGTTCCCCCCCAAGCCCAAG
GACACCCTGATGATCAGCCGGACCCCCGAGGTGACCTGCGTGGTGGTGGACGTG
AGCCAGGAAGATCCCGAGGTCCAGTTCAATTGGTACGTGGACGGCGTGGAAGT
GCACAACGCCAAGACCAAGCCCAGAGAGGAACAGTTCAACAGCACCTACCGGG
TGGTGTCTGTGCTGACCGTGCTGCACCAGGACTGGCTGAACGGCAAAGAATACA
AGTGCAAGGTGTCCAACAAGGGCCTGCCCAGCAGCATCGAAAAGACCATCAGC
AAGGCCAAG )

CH3
GGCCAGCCTCGCGAGCCCCAGGTGTACACCCTGCCTCCCTCCCAGGAAGAGATG
ACCAAGAACCAGGTGTCCCTGACCTGCCTGGTGAAGGGCTTCTACCCCAGCGAC
ATCGCCGTGGAGTGGGAGAGCAACGGCCAGCCTGAGAACAACTACAAGACCAC
CCCTCCCATGCTGGACAGCGACGGCAGCTTCTTCCTGTACAGCCGGCTGACCGT
GGACAAGAGCCGGTCGGCAGGAAGGCAACGTCTTTAGCTGCAGCGTGATGCACG
AGGCCCTGCACAACCACTACACCCAGAAGAGUCCTCAGCCTGTCCCTGGGCAAG
4-1B8
ATGTTCTGGGTGCTGGTOGTGGTGGGCGGGGTGCTGGCCTGCTACAGCCTGCTG
GTCACAGTGGCCTTCATCATCTTTITGGGTCGAAACGGGGCAGAAAGAAACTCCTG
TATATATTCAAACAACCATTTATGAGACCAGTACAAACTACTCAAGAGGAAGAT
GGCTGTAGCTGCCGATITCCAGAAGAAGAAGAAGGAGGATGTGAACTG
CD3zeta .
COGOTGAAGTTCAGCAGAAGCGCCGACGCCCCTGCCTACCAGCAGGGCCAGAA
TCAGCTGTACAACGAGCTGAACCTGGGCAGAAGGGAAGAGTACGACGTCCTGS
ATAAGCGGAGAGGCCGGCGACCCTGAGATGGGCGGCAAGCCTCGGCGGAAGAAC
CCCCAGGAAGGCCTGTATAACGAACTGCAGAAAGACAAGATGGCCGAGGCCTA
CAGCGAGATCGGCATGAAGGGCGAGCGGAGGLGGGGCAAGGGCCACGACGGC
CTGTATCAGGGCCTGTCCACCGCCACCAAGGATACCTACGACGCCCTGCACATG
CAGGCCCTGCCCCCAAGG

TZA

GGAGAATCCCGGCCCTAGG
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(EGFR

ATGCTTCTCCTGGTGACAAGCCTTCTGCTCTGTGAGTTACCACACCCAGCATTCC
TCCTGATCCCACGCAAAGTGTGTAACGGAATAGGTATTGGTGAATTTAAAGACT
CACTCTCCATAAATGCTACGAATATTAAACACTTCAAAAACTGCACCTCCATCA,
GTGGCGATCTCCACATCCTGCCGGTGGCATTTAGGGGTGACTCCTTCACACATA
CTCCTCCTC TG AECEACAGGAACTGCATATTCTGAAAACCGTAAAGGAAATCA
CAGGGTTTTTGCTGATTCAGGCTTGGCCTGAAAACAGGACGGACCTCCATGCCT
TTGAGAACCTAGAAATCATACGCGGCAGGACCAAGCAACATGGTCAGTTTTCTC
TTGCAGTCGTCAGCCTGAACATAACATCCTTGGGATTACGCTCCCTCAAGGAGA
TAAGTGATGGAGATGTGATAATTTCAGGAAACAAAAATITGTGCTATGCAAATA
CAATAAACTGGAAAAAACTGTTTIGGGACCTCCGGTCACAAAACCAAAATTATA
AGCAACAGAGGTGAAAACAGCTGCAAGGCCACAGGCCAGGTCTGCCATGCCTT
GTGCTCCCCCGAGGGCTGCTGGGGCCCGGAGCCCAGGGACTGCGTCTCTTGCCG
GAATGTCAGCCGAGGCAGGGAATGCGTGGACAAGTGCAACCTICTGGAGGGTG
AGCCAAGGGAGTTTGTGGAGAACTCTGAGTGCATACAGTGCCACCCAGAGTGC
CTGCCTCAGGCCATGAACATCACCTGCACAGGACGGGGACCAGACAACTGTATC
CAGTGTGCCCACTACATTGACGGCCCCCACTGCGTCAAGACCTGCCCGGCAGGA
GTCATGGGAGAAAACAACACCCTGGTCTGGAAGTACGCAGACGCCGGCCATGT
GTGCCACCTGTGCCATCCAAACTGCACCTACGGATGCACTGGGCCAGGTCTTGA
AGGCTGTCCAACGAATGGGCCTAAGATCCCGTCCATCGCCACTGGGATGGTGGG
GGCCCTCCTCTTGCTGCTGGTGGTGGCCCTGGGGATCGGCCTCTTCATGEGR
GCGGCCGUTCTAGACCCGGGCTGCAGGAATTCGATATCAAGCTTATCGATAATC
AACCTCTGGATTACAAAATTTGTGAAAGATTGACTGGTATTCTTAACTATGTTGC
TCCTTTTACGCTATGTGGATACGCTGCTTTAATGCCTTTGTATCATGCTATTIGCTT
CCCOTATGGCTTTCATTITCTCCTCCTTGTATABAATCCTGGTTGCTGTCTCTTTAT
GAGUGAGTTGTGGCCCGTTGTCAGGCAACGTGGCATGGTGTGCACTGTGTTTGCT
GACGCAACCCCCACTGGTTGGGGCATTGCCACCACCTGTCAGCTCCTTTCCGGG
ACTTTCGCTTTCCCCCTOCCTATTGCCACGGCGGAACTCATCGCCGCCTGCCTTG
CCCOCTGCTGOACAGGGOCTCOGCTOTTOOGCACTGACAATTCCOTOGTGTTOT
CGGGGAAATCATCGTCCTTTCCTTGGCTGCTCGCCTGTGTTGCCACCTGGATTCT
GCGCGGGACGTCCTTCTGCTACGTCCCTTCGGCCCTCAATCCAGCGGACCTTCCT
TCCCGCOGCCTGCTGCCGGCTCTGCGGCCTCTTCCGCGTCT TCGCCTTCGCCCTC
AGACGAGTCGGATCTCCCTTTGGGCCGCCTCCCCGCATCGATACCGTCGACTAG
CCOTACCTTTAAGACCAATGACTTACAAGGCAGCTGTAGATCTTAGCCACTTTTT
AAAAGAAAAGGGGGGACTGGAAGGGCTAATTCACTCCCAAAGAAGACAAGATC
TGCTTTTTGCCTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGGGAGCT
CTCTGOCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGT
GCTTCAAGTAGTGTGTGCCCGTCTGTTGTGTGACTCTGGTAACTAGAGATCCCTC
AGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGAATTCGATATCAAGCTTAT
CGATACCGTCGACCTCCAGGGGGGGCCCGGTACCCAATTCGCCCTATAGTGAGT
CGTATTACAATTCACTGGCCGTCGTTITACAACGTCGTGACTGGGAAAACCCTG
GCGTTACCCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGOCAGCTGGCGTAA
TAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGG
COAATGGAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATTTTTGTT
AAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAAT
CAAAAGAATAGACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGT
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CCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCA
GGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTITETIGGGGTCGAG
GTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATITAGAGCTTG
ACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGA
GCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTAACCACCAC
ACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTTTCGGGG
AAATGTGCGCOGAACCCCTATTTIGTTTATTTITTCTAAATACATTCAAATATGTAT
CCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAG
AGTATGAGTATTCAACATTTCCGTGTCGCCCTTATICCCTTTTTTIGCGGCATTTTG
CCTTCCTGTTTTTGCTCACCCAGAAACGCTGGTCGAAAGTAAAAGATGCTGAAGA
TCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGATCTCAACAGCGGTAAGAT
CCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTT
CTGCTATGTGGCGCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGT
CGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAA
AAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACC
ATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAA
GGAGCTAACCGCTITITTGCACAACATGGGGGATCATGTAACTCGCCTTGATCG
TTGGGAACCGGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGA.
TGCCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTA
CTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAG
GACCACTTCTGCGCTCGGCLCTTCCGGCTGGCTGGTTTATTGCTGATAAATCTGG
AGCCOGTCAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAA
GCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAGGCAACTATGGATGA
ACCGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTIGGTAACT
GTCAGACCAAGTTTACTCATATATACTTTAGATTCGATTTAAAACTTCATTTTTAA
TTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTT
AACGTGAGTTTTCOGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGAT
CTTCTTCAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACC
ACCGCTACCAGCGGTGGTTIGTTTGCCGGATCAAGAGCTACCAACTCTTTTTICCG
AAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTICTAGTGTAG
CCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCT
CTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTOGCGATAAGTCGTGTCTTACCG
GGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAALG
GGOGGTTCOTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAG
ATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGS
CGGACAGGTATCCOGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGA
GCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTC
TGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAA
AACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTITTGCTGGCCTITTGCTC
ACATGTTCTTTCCTGCGTTATCCCCTCATTCTGTGGATAACCGTATTACCGCCTTT
GAGTGAGCTGATACCGCTCGCCGCAGCCGAACGACCGAGCGCAGCGAGTCAGT
GAGCGAGGAAGCGGAAGAGCGCCCAATACGCAAACCGCCTCTCCCCGCGCGTT
GGCCGATTCATTAATGCAGCTGGCACGACAGGTTTCCCGACTGOAAAGCGGGCA
GTGAGCGCAACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCAGGCTT
TACACTTTATGCTTCCGGCTCOGTATGTTGTCTGGAATTGTGAGCGGATAACAATT
TCACACAGGAAACAGCTATGACCATGATTACGCCAAGCTCGAAATTAACCCTCA
CTAAAGGGAACAAAAGCTGGAGCTCCACCGCGGTGGCGGOCTCGAGGTCGAGA
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TCCGGTCCACCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTA
ACTCOGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTCGACTAATTTTTTITATTTA
TGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAG
GCTTTITTTGGAGGCCTAGGCTTTTGCAAAAAGCTTCGACGGTATCGATTGGCTCA
TGTCCAACATTACCGCCATGTTGACATTGATTATTCACTAGTTATTAATAGTAAT
CAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAAC
TTACGGTAAATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGT
CAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTC
AATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATC
ATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGC
ATTATGCCCAGTACATGACCTTATGGCACTTTCCTACTTGGCAGTACATCTACGT
ATTAGTCATCGCTATTACCATGGTGATGCGGTITTGGCAGTACATCAATGGGCG
TGGATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAA
TGGCGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTAACAA
CTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGAATTCGGAGTGGCG
AGCCCTCAGATCCTGCATATAAGCAGCTGCTTTTTGCCTGTACTGGGTCTCTCTG
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Table 18
Leader _R11- Hinge-CH3- CD28tm/41BB-Z-T2A-tEGFR (SEQ ID NOA6)

Leader

MLLLVTSLLLCELPHPAFLLIP

scFV R11
QSVRESEGDLVTPAGNLTLTCTASGSDINDYMISWVYRQAPGKGLEWIGFINSGGSTW
YASWVKGRFTISRTSTTVDOLKMTSLTTRDTATYFCARGY STY YODFNIWGPGTLYT
IS8GGCERGGGGSCEGEEELVMTQIPSSTEGAVGGTVIINCQASQSIDSNLAWFQQ
KPGOQPPTLLIYRASNLASGVPSRFSGSRSGTEYTLTISGVQREDAATYYCLGGVGNY
SYRTSFGGGTEVVVK

Hinge/spacer

ESKYGPPCPPCP

CH3 _
GQPREPQVYTLPPSQEEMTKNQVSLT@LVKGFYPSDIAV EWESNGOPENNYKTTPP
VLDSDGSFFLYSRLTVDKSRWQEGN VFSVMHEALHNHYTQKSLSLSLGK
CD28tm

MFWVLVVVGGVLACYSLLVTVAFIIFWY

4-1BB
KROGRKKLLYIFKQPFMRPVQTTQEEDGCSCRIPEEEEGGCEL
CD3zeta

RVKFSRSADAPAYQQGONQLYNELNLGRREEY DVLDKRRGRDPEMGGKPRRIKCNE
QEGLYNELQKDKMAEAYSEIGMEGERRRGKGHDGLYQGLSTATKDTYDALHMQ
ALPPR

TZA

LEGGGEGRGSLLTCGDVEENPGPRM

tEGFR

LLLVTSLLLCELPHPAFLLIPRKVCNGIGIGEFKDSLSINA TNIK HFKNCTSISGDLRIL
PVAFRGDSFTHTPPLDPQELDILKTVKEITGFLLIGAWPENRTDLHAFENLEIRGRTK
QHGQFSLAVVSLNITSLGLRSLKEISDGDVISGNENLCYANTINWKKLFGTSGQKT
KISNRGENSCKATGQVCHALCSPEGCWGPEPRDCVSCRNVSRGRECYDKCNLLEG
EPREFVENSECIQCHPECLPQAMNITCTGRGPDNCIQCAHYIDGPHCVKTCPAGVMG
ENNTLVWKYADAGHVCHLCHPNCTY GCTGPGLEGCPTNGPKIPSIATGMVGALLL
LLVVALGIGLFM
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Table 19
R11 short spacer CAR: PJ_Rii- 41BB-Z-T2AAEGFR(SEQ ID NO:47)

GTTAGACCAGATCTGAGCCTGGGAGCTCTCTGGCTAACTAGGGAACCCACTGCT
TAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTGTGTGCCCGTCTGTTG
TGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATC
TCTAGCAGTGGCGCCCGAACAGGGACTTGAAAGCGAAAGGGAAACCAGAGGAG
CTCTCTCGACGCAGGACTCGGCTTGCTGAAGCGCGCACGGCAAGAGGCGAGGG
GCGGCGACTGGTGAGTACGCCAAAAATTITTGACTAGCGGAGGCTAGAAGGAGA
GAGATGGGTGCGAGAGCGTCAGTATTAAGCGGGGGAGAATTAGATCGATGGGA
AAAAATTCGGTTAAGGCCAGGGGGAAAGAAAAAATATAAATTAAAACATATAG
TATGGGCAAGCAGGGAGCTAGAACGATTCGCAGTTAATCCTGGCCTGTTAGAAA
CATCAGAAGGCTGTAGACAAATACTGGGACAGCTACAACCATCCCTTCAGACA
GGATCAGAAGAACTTAGATCATTATATAATACAGTAGCAACCCTCTATTGTGTG
CATCAAAGGATAGAGATAAAAGACACCAAGGAAGCTTTAGACAAGATAGAGGA
AGAGCAAAACAAAAGTAAGAAAAAAGCACAGCAAGCAGCAGCTGACACAGGA
CACAGCAATCAGGTCAGCCAAAATTACCCTATAGTGCAGAACATCCAGGGGCA
AATGGTACATCAGGCCATATCACCTAGAACTTTAAATGCATGGGTAAAAGTAGT
AGAAGAGAAGGCTTTCAGCCCAGAAGTGATACCCATGTTTTCAGCATTATCAGA
AGGAGCCACCCCACAAGATTTAAACACCATGCTAAACACAGTGGGGGGACATC
AAGCAGCCATGCAAATGTTAAAAGAGACCATCAATGAGGAAGCTGCAGGCAAA
GAGAAGAGTGGTGCAGAGAGAAAAAAGAGCAGTGGGAATAGGAGCTTTGTTCC
TTGGGTTCTTGGGAGCAGCAGGAAGCACTATGGGCGCAGCGTCAATGACGCTG
ACGGTACAGGCCAGACAATTATTGTCTGGTATAGTGCAGCAGCAGAACAATTTG
CTGAGGGCTATTGAGGCGCAACAGCATCTGTTGCAACTCACAGTCTGGGGCATC
AAGCAGCTCCAGGCAAGAATCCTGGCTGTGGAAAGATACCTAAAGGATCAACA
GCTCCTGGGGATTIGGGOTTGCTCTGGAAAACTCATTTGCACCACTGCTGTGCCT
TGGATCTACAAATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTG
GGGGOTACAGTCGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAA
ACTAAAGAATTACAAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTAC
AGGGACAGCAGAGATCCAGTTTGGGGATCAATTGCATGAAGAATCTGCTTAGG
GTTAGGCOTTTTGCGCTGCTTCGCCGAGGATCTGCCATCGCTCCGATGCCCGTCA
GTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCG
GCAATTCAACCGATGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGAT
GTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGT
GCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAG
CTGAAGCTTCCAGGGGCTCGCATCTCTCCTTCACGCGCCCGCCGCCCTACCTGA
GGCCGCCATCCACGCCGGTTGACGTCGCGTTCTGCCGCCTCCCGCCTGTGGTGCC
TCCTGAACTGCGTCCGCCGTCTAGGTAAGTTTAAAGCTCAGGTCGAGACCGGGC
CTTTGTCCGGCGCTCCCTTGGAGCCTACCTAGACTCAGCCGGCTCTCCACGCTTT
GCCTGACCCTGCTTGCTCAACTCTACGTCTTTGTTTCGTTTTCTGTTCTGCGCCGT
TACAGATCCAAGCTGTGACCGGCGCCTACG

scFV RI1

GAATTCGCCACK IIAT(}jCE‘GCTGCTGGTC:ACAAGCQTGCTGCTGTGCGAGCTGCCC
CACCCCGCCTTTCTGCTGATCCCCCAGAGCGTGAAAGAGTCCGAGGGCGACCTG
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GTCACACCAGCCGGCAACCTGACCCTGACCTGTACCGCCAGCGGCAGCGACATC
AACGACTACCCCATCTCTTGGGTCCGCCAGGCTCCTGGCAAGGGACTGGAATGG
ATCGGCTTCATCAACAGCGGCGGCAGCACTTGGTACGCCAGCTGGGTCAAAGGC
CGGTTCACCATCAGCCGGACCAGCACCACCGTGGACCTGAAGATGACAAGCCT
GACCACCGACGACACCGCCACCTACTTTTCCGCCAGAGGCTACAGCACCTACTA
CGGCGACTTCAACATCTGGGGCCCTGGCACCCTGGTCACAATCTCTAGCGGCGG
AGGCGGCAGCGGAGGTGGAGGAAGTGGCGGCGGAGGATCCGAGCTGGTCATGA
CCCAGACCCCCAGCAGCACATCTGGCGCCGTGGGCGGCACCGTGACCATCAATT
GCCAGGCCAGCCAGAGCATCGACAGCAACCTGGCCTGGTTCCAGCAGAAGCCC
GGCCAGCCCCCCACCCTGCTGATCTACAGAGCCTCCAALCCTGGCCAGCGGCGTG
CCAAGCAGATTCAGCGGCAGCAGATCTGGCACCGAGTACACCCTGACCATCTCC
GGCGTGCACAGAGAGCACGCCGCTACCTATTACTGCCTGGGCGGCGTGGGCAA
CAETGTCCTACAGAACCAGCTTCOGCGGAGGTACTGAGGTGGTCGTCAAA
Hinge/spac

A SICCCTGCCCCCCTTGCCCT
GGCCAGCCTCGCGAGCCCCAGGTGTACACCCTGCCTCCCTCCCAGGAAGAGATG
ACCAAGAACCAGGTGTCCCTGACCTGCCTGGTGAAGGGCTTCTACCCCAGCGAC
ATCGCCGTGGAGTGGGAGAGCAACGGCCAGCCTGAGAACAACTACAAGACCAC
CCCTCCCGTGCTGGACAGCGACGGCAGCTTCTTCCTGTACAGCCGGCTGACCGT
GGACAAGAGCCGGTGGCAGGAAGGCAACGTCTTTAGCTGCAGCGTGATGCACG
AGGCCCTGCACAACCACTACACCCAGAAGAGCCTGAGCCTGTCCCTGGGCAA
4-1BB - '
ATGTICTGGGTGCTGGTGGTGGTGGGCGGGGTCCTCGGCCTGCTACAGCCTGCTG
GTGACAGTGGCCTTCATCATCTTTTGGGTGAAACGGGGCAGAAAGAAACTCCTG
TATATATTCAAACAACCATTTATCAGACCAGTACAAACTACTCAAGAGGAAGAT
GGCTGTAGCTGCCGATTTCCAGAAGAAGAAGAAGGAGCATGTGAACTG
CDh3zeta
CGGGTGAAGTTCAGCAGAAGCGCCGACGCCCCTGCCTACCAGCAGGGCCAGAA
TCAGCTGTACAACGAGCTGAACCTGGGCAGAAGGGAAGAGTACGACGTCCTOG
ATAAGCGGAGAGGCCGGGACCCTGAGATCGGCGGCAAGCCTCGGCGGAAGAAC
CCCCAGGAAGGCCTGTATAACGAACTGCAGAAAGACAAGATCGCCGAGGCCTA
CAGCGAGATCGGCATCGAAGGGCGAGCGGAGGCGGGOCAAGGGCCACGACGGC
CTGTATCAGGGCCTGTCCACCGCCACCAAGGATACCTACGACGCCCTGCACATG
CAGGCCCTGCCCCCAAGG '

TZA

CTCGAGIGGCGGCGGAGAGGGCAGAGGAAGTCTTCTAACATGCGGTGACGTGGA

' GGAGAATCCCGGCCCTAGS

tEGFR
ATGCTTCTCCTGGTGACAAGCCTTCTGCTCTGTGAGTTACCACACCCAGCATTCC
TCCTGATCCCACGCAAAGTGTGTAACGGAATAGGTATTGGTGAATTTAAAGACT
CACTCTCCATAAATGCTACGAATATTAAACACTTCAAAAACTGCACCTCCATCA
GTGGCGATCTCCACATCCTGCCGGTGGCATTTAGGGGTGACTCCTTCACACATA
CTCCTCCTCTGGATCEACAGGAACTGGATATTCTGAAAACCGTAAAGGAAATCA
CAGGGTTTTTGCTGATTCAGGCTTGGCCTGAAAACAGGACGGACCTCCATGCCT
TTGAGAACCTAGAAATCATACGCGGCAGGACCAAGCAACATGGTCAGTTTTCTC
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TTGCAGTCGTCAGCCTCGAACATAACATCCTTGOCGATTACGCTCCCTCAAGGAGA
TAAGTGATGGAGATGTGATAATTTCAGGAAACAAAAATTTGTGCTATGCAAATA
CAATAAACTGGAAAAAACTGTTITCGGACCTCCGGTCAGAAAACCAAAATTATA
AGCAACAGAGGTGAAAACAGCTGCAAGGCCACAGGCCAGGTCTGCCATGCCTT
GTGCTCCCCCGAGGOCTGCTGGGGCCCGCAGCCCAGGGACTGCGTCTCTTGCCG
GAATGTCAGCCGAGGCAGGGAATGCGTGGACAAGTGCAACCTTCTGGAGGGTG
AGCCAAGGGAGTTTGTGGAGAACTCTGAGTGCATACAGTGCCACCCAGAGTGC
CTGCCTCAGGCCATGAACATCACCTGCACAGGACGGGGACCAGACAACTGTATC
CAGTGTGCCCACTACATTGACGGCCCCCACTGCGTCAAGACCTGCCCGGCAGGA.
GTCATGGGAGAAAACAACACCCTGGTCTGGAAGTACGCAGACGCCGGCCATGT
GTGCCACCTGTGCCATCCAAACTGCACCTACGUATGCACTGGGCCAGGTCTTGA
AGGCTGTCCAACGAATGGGCCTAAGATCCCOTCCATCGCCACTGGGATGGTGGG
GGCCCTCCICITGCTGCTGOTGGTGGCCCTGGGCGATCGGCCTCTTCAT
@CGGCCG@I CTAGACCCGGGCTGCAGGAATTCGATATCAAGCTTATCGATAATC
AACCTCTGCGATTACAAAATTTGTGAAAGATTGACTGGTATTCTTAACTATGTTIGC
TCCTTTTACGCTATGTGGATACGCTGCTTTAATGCCTTTGTATCATGCTATTGCTT
CCCGTATGGCTTTCATTTTCTCCTCCTTGTATAAATCCTGGTTIGCTGTCTCTTTAT

" GAGGAGTTGTGGCCCGTTGTCAGGCAACGTGGCGTGGTGTGCACTGTGTTTGCT

GACGCAACCCCCACTGGTTGGGGCATTIGCCACCACCTGTCAGCTCCTTTCCGGG
ACTTTCGCTTTCCCCCTCCCTATTGCCACGGCGGAACTCATCGCCGCCTGCCTTG
CCCGCTGCTOGACAGGGGCTCGGCTGTTGGGCACTGACAATTCCGTGGTGTTGT
CGGGGAAATCATCGTCCTTTCCTTGGCTGCTCGCCTAGTGTTGCCACCTGGATTCT
GCGCGGGACGTCCTTCTGCTACGTCCCTTCGGCCCTCAATCCAGCGGACCTTCCT
TCCCGCGGCCTOCTGCCGGCTCTGCGGCCTCTTCCGCGTCTTCGCCITCGCCCTC
AGACGAGTCGGATCTCCCTTTGGGCCGCCTCCCCGCATCGATACCGTCGACTAG
CCGTACCTTTAAGACCAATGACTTACAAGGCAGCTGTAGATCTTAGCCACTTTTT
AAAAGAAAAGGGGGCGACTGGAAGGGCTAATTCACTCCCAAAGAAGACAAGATC
TGCTTTTTGCCTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGGGAGCT
CTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGT
GCTTCAAGTAGTGTGTGCCCGTCTGTTGTGTGACTCTGGTAACTAGAGATCCCTC
AGACCCTTTTAGTCAGTGTOGAAAATCTCTAGCAGAATTCGATATCAAGCTTAT
CGATACCGTCGA(,E“ ,'I‘CGAGIGGGGGGCCCGGTACCCAAT?CGCCCTATAGTGAGT
COTATTACAATTCACTGGCCGTCOTITTACAACGTCOGTCACTCGGAAAACCCTG
GCGTTACCCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAA
TAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGG
CGAATGCGAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATTITTGTT
AAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAAT
CAAAAGAATAGACCGAGATAGGGTTGAGTGTTATTCCAGTTTGGAACAAGAGT
CCACTATTAAAGAACGTGOACTCCAACGTCAAAGGGCCGAAAAACCGTCTATCA
GGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAG
GTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCTTG
ACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGA
GCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTAACCACCAC
ACCCGCCGCGCTTAATGCGCCGCTACAGGGUGCGTCAGGTGGCACTTTTCGGGG
AAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTAT
CCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAG
AGTATGAGTATTCAACATITCCGTGTCGCCCTTATTCCCITITTTGCGGCATTTTG
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CCTTCCTGTTTTTGCTCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGA
TCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGATCTCAACAGCGGTAAGAT
CCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTT
CTGCTATGTGGCGCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGT
CGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAA
AAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACC
ATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAA
GGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCG
TTGGGAACCGGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGA
TGCCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTA
CTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAG
GACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTGGTTTATIGCTGATAAATCTGG
AGCCOGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAA
GCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAGGCAACTATGGATGA
ACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTAACT
GTCAGACCAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAA
TTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTT
AACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGAT
CTTCTTGAGATCCTTTTTITCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACC
ACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCG
AAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTICTAGTGTAG
CCOTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCT
CTGCTAATCCTGTTACCAGTGGCTGCTGOCAGTGGCGATAAGTCGTGTCTTACCG
GGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACG
GGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAG
ATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGOGAGAAAGG
CGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGA
GCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTC
TGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGOAGCCTATGGAAA
AACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTC
ACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCTTT
GAGTGAGCTGATACCGCTCGCCGCAGCCGAACGACCGAGCGCAGCGAGTCAGT
GAGCGAGGAAGCGGAAGAGCGCCCAATACGCAAACCGCCTCTCCCCGCGCGTT
GGCCGATTCATTAATGCAGCTGGCACGACAGGTTTCCCGACTGGAAAGCGGGCA
GTGAGCGCAACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCAGGCTT
TACACTTTATGCTTCCGGCTCGTATGTTGTGTGGAATTGTGAGCGGATAACAATT
TCACACAGGAAACAGCTATGACCATGATTACGCCAAGCTCGAAATTAACCCTCA
CTAAAGGGAACAAAAGCTGGAGCTCCACCGCGGTGGCGGCCTCGAGGTCGAGA
TCCGGTCGACCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTA
ACTCCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTTA
TGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAG
GCTTTTTTGGAGGCCTAGGCTTTTGCAAAAAGCTTCGACGGTATCGATTGGCTCA
TGTCCAACATTACCGCCATGTTGACATTGATTATTGACTAGTTATTAATAGTAAT
CAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAAC
TTACGGTAAATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGT
CAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTC
AATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATC
127



10

ATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGC
ATTATGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGT
ATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCG
TGGATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAA
TGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTAACAA
CTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGAATTCGGAGTGGCG
AGCCCTCAGATCCTGCATATAAGCAGCTGCETTTITGCCTGTACTGGGTCTICTICTG
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Table 20
Leader R11- Hinge- CD28tm/41BB-Z-T2A-EGFR (SEQ 1D NQ:48)

Leader

MLLLVTSLLLCELPHPAFLLIP

SeFv Rl '
QSYKESEGDLVTPAGNLTLTCTASGSDINDYPISWVRQAPGKGLEWIGFINSGGSTW
YASWYRKGRFTISRTSTTVDLKMTSLTTDDTATYFCARGYSTYYGDENIWGPGTLYT
IS8GGOGSGGGESGGGGSELVMTQTPSSTSGAVGGTVTINCQASQSIDSNLAWFQQ
KPGQPPTLLIYRASNLASGYVPSRFSGSRSGTEYTLTISGVQREDAATYYCLGGVGNY
SYRTSFGGGTEVVVK

Spacer/Hinge

ESKYGPPCPPCP

CD2Z8tm

MFWVLVVVGGVLACYSLLVTVATIFWV

4-1BB

KRGREKLLYIFKQPFMRPVQTTQEEDGCSCRFPEEEEGGCRL

Ch3zeta

RVKFSRSADAPAY QQCGONQLYNELNLGRREEYDVLDKRRGRDPEMGGKPRRKNP
QEGLYNELQKDKMAEAYSEIGMKGERRRGKGHDGLYQGLSTATKDTYDALHMQ
ALPPR

T2A

LEGGGEGRGSLLTCGDVEENPGPR

tEGFR
MLLLVTSLLLCELPHPAFLLIPRKVCNGIGIGEFKDSLSINATNIKHFKNCTSISGDLHI
LPYAFRGDSFTHTPPLDPQELDILKTVKEITGFLLIGAWPENRTDLHAFENLENRGRT
KQHGQFSLAVVSLNITSLGLRSLKEISDGDVISGNEKNLCY ANTINWKKLFGTSGQK
TKHSNRGENSCKATGQVCHALCSPEGCWGPEPRDCVSCRNVSRGRECVDRKCNLLE
GEPREFVENSECIQCHPECLPQAMNITCTGRGPDNCIQCAHYIDGPHCVKTCPAGVM
GENNTLVWEKYADAGHVCHLCHPNCTYGCTGPGLEGCPTNGPKIPSIATGMVGALL
LLLVVALGIGLFM
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Table 21

Intermediate Spacer (SEQ 1D NU:49)

Hinge/spacer

ESKYGPPCPPCP

CH3

GQPREPQVY TLPPSQEEMTKNQVSLTIQLVKGFYPSDIAVEWESNGQPENNYK TTPP
VLDSDGSFFLYSRLTVDKSR WQEGNVFYCSVMHEALHNHY TOKSLSLSLGK

Long spacer (SEQ ID NO:50)

Hinge

ESKYGPPCPPCP

CHZ
APEFLGGPSVFLFPPKPKDTLMISRTPEVTQVVVDVSQEDPEVQINWYVDGVEVHN
AKTKPR’EEQFNSTYRVVSVLTVLHQDWLNGKEYK@KVSNKGLPSSIEKTISKAK
CH3
GQPRH?QVYTLPPSQEEMTKNQVSL'I@LVKGFYPSDMVEWQSNGQPENNYKTTPP
VLDSDGSFFLYSRLTVDKSRWQEGNVF S@VWJEALHNH YTQKSLSLSLGK
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Table 22 Her 2 construct-short spacer (SEQ Id No:54 )
GMCSFss-HerZscFv-IgG4hinge-CDZBtm-ﬂBB-Zeta-TZA—EGi‘Rt

Leader
Atgctictectgptoacangectictecictoteapttaccacacceapeattectectpateeca

HerZsceFV
gatatceagatgacceagicccogagoteoctgteogectotgtggeepatageoicaccatcacctgeegtpecagicaggatgte
aatactgetgtagectggtatcaacagaaaccaggaaaagetocganactactgatttacieggoatccticetetacteiggagtecet
tetegetictetggticecagatetgggacggatitcactetgaccalcageagictgoagooggaagacttogeancttatiactgicag
caacattatactactccteccacgiteggacagggtaccaaggiggagatcanaggeagtactageggeggtgaciceggegpeg
gatceggtgeppoeggeageagegaggticagetggtagagtotgacggigeectggtpoagecaggaggetcactecgtiigio
cigtgeagetictggeticaacatiaaagacacctatatacactggetocpicagececeggglaagpgectggaatgeptigcaag
gatitatcefacgaatgetiatactagatatpecgatagegteaaggpoegtticactataagegeagacacatecaaaaacacageet
accigeagatgaacagectgogtgetgaggacactgecgtctattattgiictagategggaggegacggetictatgetatggacta
ciggpeteaaggaaccetggicacegiciegagt
Hinge spacer
Gagagceaagtacggacogeectgeceecetigecet
CD28tm
atglictggptoctpatosigotegpagpegtectpectgetacagectaetpgicacegtggecitcateateitiiggote
4-1BB
Aaacgpgecagaaagasacicotgtatataticanaacaaccatitatgagaccagtacasaciactcaagageaagatgpctgtage
tgecgatitceagangaagaagaagoagoatotoancty
CB3 zeta
Cgpeipaapticagoagaagegeogacgeccetgectaccageaggeceagaateagetgtacaacgagetgaacoigpocag
angggaagagiacgacgtectiggalasgegaapaggcogepaccelgagaigpecgacangccleggeggaagasceeerag
gaagpeetgtataacgaacigcagaaagacaagaiggocgagpectacagepagateggealgaaggucgagcpgagocigs
geaaggpecacgacggectgtatcapggcctgtocacegecaceaaggatacetacgacyecotigeacatgeaggecetgecer
caagg
T2ZA
Ctegaggeroooggagagppeagaggaagicttctaacatgogpigacgippageagantocoggecctagy
tEGFR
atgeticiectggigacaagectictgeictigigagitaccacaceeageaticeicetgatcecacgcaaagigtgtaacgpaatagpt
attggtgaatttasagactcactctecataaatgetacgaatatiaancacticannanctgeacctecateagiggegateiceacatee
tgeeggtgpeatttagggetpactecticacacatactectectotggatecacaggaacigpatatictpaaaacegiasapgaaate
acagggttitigetgaticagectigpccigaaaacaggacgyacctecatgectiigagaacctagaaatcatacgeggcaggace
aageaacaipgicagititeictigeagtegtcagoctigaacataacatectigggattacgeteoricaaggagataagigatppaga
tgtgataatiteaggaaacaaaaattigigctatgcanatacaataaaciggaaaanactgiitgegaccicog gicagaazaccaasa
Htataagcaacagaggtgaaaacagetgeaaggecacaggecaggicigecatgectigigetocceegaggactgotpgagcce
gga.gcccagggactgcgtctcttgccggaatgtcagcogaggcagggaa’egcgtggacaagtgcaaccttctggagggtgagcc
aagggagttigigosagaactetgagtgcatacagtgocacceagagigestgecticaggcoatgancatcacotgeacaggacgg
ggaccagacaactgtatecagigtgeccactacatigacggeececactgogicaagacctgeccggeageagtcatgggagana
acaacacectggtotggaagtacgeagacgecpgocatgtgigecascttoccatccaaactgeacctacggatgeactgggeca
stettgaaggotgtccaacgaatgggootaagaicoegiceategecactggeataotppappcoctectotigetactggtogty
gecetggpgatcggectoticatgiga
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Table 23

Her 2 construct-intermediate spacer (SEQ Id No:5S)
Leader

Atgcttotectggtgacaagoctictgotetgtgagtiaccacaccea
Her2scFv

Geattoctoctgatoccagatatocagatpaccoagteccogagotecotgtecgoctetgiggocgatagpgteaccatcaceige
cgtgceagicaggatgioaatactgeiptagecigetatcaacagaaaccaggaaaageticegaaactactgaitiacteggeatect
teefefacteiggagicecticiegeticictggiiccagatetpgpacagatticactetgaccatcageagtctpragooggaagactt
cgeaactiattactgicageancattatactactccicecacgiicggacaggstacecanggtagagateasaggeagtactapcgge
getggelecgpeggeggateeggtpggepepgrageagegaggticagetggiggaptctgpepgiggcotggtecagecagg
gggcteaciregtiteicotgtgeageticigpeticaacattaaagacacctataiacactggpigegicaggecceggptangyac
ctggaatpooitocaapgatitateotacgaatggttalactagatatgccpatagegtcaaggpcegiticactataagogeagacac
afccaagaacacageetacctgeagaigaacagectgeptgoigapgacactgecgictattatigtictagatgggpagppeaceg
ciictatgetatggactaclggegteaagpaaccotggicacegictogagt

Hinge spacer
GagageaagtacggacogeccigececoetigesctGeecagectagagaaccceaggtptacacectgocteccageeagga
agagatgaécaagaaccaggtgtccctgacctgcctggtcaaaggctlctaccccagcgatatcgccgtggaatgggagagcaac
ggccagcccgagaacaactacaagaccacccoccctgtgctggacagcgacggcagcttcttcctgtastcccggctgaccgtgg
acaagageeggtegcaggaagpgeaacgicticagetgeagegtgatgcacgaggecotgoacaaccactacacceagaagtoce
tgagectgagectggocang

CD28tm
Atgttotgpgtoctgptggtestoggapgeptecigooctgetacagocigetggicacegtpaccticatcatettigepty

4-1BB

Anacgppocaganagaaactecigtatatatfcasacaaccatitatgagaccagtacaaaciactcangagpaagatggctatage
tgoogatttccagaagaagaagaaggageatgtoaacty

D3 zeta
Ceegtizaagticageagaagegecgacgecoetgectaccageagggecagaatcagetgtacaacgagetgaacciggaeag
aagggaagagtacgacgicctggataageggagagoccpgpaccetgagalgppegecaagecicggeggragaacceoeay
gaaggeetgtalaacgaactgeagaaagacaagatggecgaggactacagogagatcgycatzaagggcgageggagecses
geaagggecacgacggectgtatcaggpecigtccaccgecaceaagpatacctacgacgecctgeacatgeagpeectgecce
caage

T2A

Ctogagggeggoggagagppeagaggaagicttctaacatgopgigacgiggaggagaateecggecctagy
tEGFR

~ afgetictectggigacaagectictgotetgtgagttaccacacceageaticetectgatcccacgeanagtpigtaacggaataggt

aliggteaatitaaagacicacteiceatanatgetacgaalatiaaacacitcasanactgcacetceatcagiggegatetecacatec
tgecggtggeatitaggggteacicoticacacataciecteetctggatccacaggaactpgatattctgaaaacegiasaggaaaic
acagggtitttpotgaticagpctigoectgaanacaggacggacetecatgecittgagaacetagaaateatacgeggeaggace
aagcaacatggicagtitictottgeagicgteageetgaacataacatecttgggaltacgeicccicaagpapataagioatggaga
tgtgataaiticaggasacaanaatitgtgctatgcanatacaatmaactg gasasaactgiitggoacctcoggicagaanaccanaa
tta‘faagcaacagaggtgaaaaoégctgcaaggccacaggccaggtctgccatgccttgtgc:tcccccgagggctgctggggccc
Bgageccaggpactgegtetetigecggantgteageegaggcagepaatgopliseacaagigoaacctictggagpgigagce
aagggaptiiptepagaactefgagtpcatacagtpecacceagagtgectgeeicaggecatgaacalcacctgeacaggacgg
ggaccagacaacigiatceagtgtgeceactacatigacggececcactgegtecaagaceigeceggeaggagicatgggagaaa
acaacaccotggtctggaagiacgeagacgoegpgecatgtgigecacetgigecatccaaacigeacctacggatgeactgggeca
gglctigaaggactgiceaacgaatgpgpcctaagateecgtecategesactggpatgglppogaccetecictigeigetgatagte
gocctgggoarcggectcticatgiga
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Table 24
Her 2 construct-long spacer (SEQ Id No:56)

leader
Atgeitetectprtacaagocticigeicteteagttaccacaceea
Her2scFV

goattoctectgateocagataiccagatgacceagiceeegagetcecigiocgectotgtgggogatagggteaccateaceigee
gtaccagicaggatptoaatactgetgtagectgptatcaacagaaaccagpaanageicogaaactactgattiacteggeatectt
cetetactetggagtecctictogetieteiggtiveagatotggeacgeatitcacicigaccatcageagtetgeagecggaagactt
cgeaacttattactgtcageaacatiatactacticctcccacgiicggacagggtaccaaggizgagatcaaagpcagtactagegpe
gefggetecgggegoggatecggtggpgpcgeageagogageticagetggtggagictggeggtpectggtgeagecagy
gegeicactcegittgtooigigoageticiggeticaacattaaagacacciatatacacipepigepicuggeccegyglaaggge
ciggaatggaitgcangpattiatoctacgaatgpiiatactagatatgcegatagegtcaagggecgtitcactatiagegeagacac
alccaanaacacagectacotgragatgaacagectgegtoctgaggacactgeogtctatiatigtictagatpgg gagespacpn
ctictatgetatgpactactggeotcaaggaacoctggicacegiotogagt

fong spacer
gagagcaagtacggaccgeectgececectigecctgecceegaghiceiggeoppacceagegtgticetglicocecocaagee
caagracacecigatgatcagecggaceeccgaggigaccigegtastaatsoacatoapecaggangaicccgaggtecaght
caattggtacgtogacggoptggaagtgcacaacgeoaagaccaageccagagageaacagticaacageacctaceggpteat
gictgtectgacogigelgoaccaggactggelgancgpcanaganlacaagtgcaaggtetccaacaagggectgeecageago
atcgasnagaccatcagcaaggecaaggeccagectcgogageceeaggigtacacectpocteectcceaggaagapataace
aagaaccaggtg’gccctgacctgcctggtgaam,gcuctdoccoagugacatcgccg!ggggggggagagcaacggccagcc

atgtictggptectpoteptogtggacgeppipciggectgeliacagectgetggteacagiggecticateatottitgggte
4-1BB
aaacggegcaganagaaacteetgtalataticaaacaaccattialgagaceagtucaaactacicaagageaagatggetataget
geegaiticcaganpangangaaggaggatgigaactg
CD3zeta
Cgpptgaagticageagaagegecgacgeeecigoctaceageaggpecagaatcagetptacaacgagetgaacetgggcay
asgggaagagtacgacptoetggataagegpagagoocgggaccetgagalgppegpeaageclcggeggaagaacceecag
gaagpectgiataacgaactgcagaaasacuagalageogagoeeelacagegagatoggcatgaapgocpagogeaggoges
gcaaﬂggccdcgacggcctgtatcagggcctgtccaccgccaccaaggatacctacgacgccctgcacatgcaggccctgcccc
caagg
TZA
Ciegagepeggoggagagggcagaggaagtotictaacatgegetpacgiggaggagaateccggecctagg
tEGFR
atgeticioctggtgacaagectictgetotgtgagiiaceacacceageattectcotgateccacpcanagtgtgtaacggaataget
attggtpaatitaaagactcactciceatagatgetacgaatattaaacacticanaaacigeacciccateagiggegaiciccacatee
tgccggtggcatﬁaggggtgactccﬁcacabatactcctcctctggalccacaggaactggal:attctgaaaaccgta&aggaaatc
acaggptitiigelgaticaggetipgeeigaaaacaggacgpacciccaigectiigagancotagannicatacgeggeaggace
aagcaacatggicagtitictotigeagtegicagertgaacataacalectigggatiacgeteccteaaggagataagtgatg caga
tgteataatticaggaancaanaatitgtpctatgeaaatacaataaactggaaaaancigitigggacetecggtcagaaaaccaaan
ttataagcancagaggtgaaaacageigeaaggocacaggecaggtotgocatgectigigetcecoegagpgetgetggpgcee
ggageecagggactgeptetetipgecgpasgigteagecpaggcagggaatgegtppacaagigeaaceticiggaggeigagec
aagggasttigtegaonacicigagigcatacagtgecacecagagigectgecteaggecatgaacatcacctgeacaggacgy
133



geaccagacaactgtatccagtgteeccactacatigacggeccceactgegtcaagacctgeecggeaggagicatgggagaaa
acagcaccetggictggaagiacgeagacgeeggecaigtgtpecaceigigocatccaaactgoacctacggatpeacigggeca
getettgaagpctatecaacgaatgggoctaagatcoogtecatogeoactgppatgptgggagcccicotcitectigeigglgots
gecotgepgategpectoticatgtga
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THAT WHICH IS CLAIMED IS:

1. A chimeric receptor nucleic acid comprising;

a) a polynucieotide coding for a ligand binding domain, wherein the ligand
binding domain binds to 2 ligand, wherein the ligand is a tumor specific molecule,
viral molecule, or any other molecule expressed on a target cell population that is
suitable to mediate recognition and elimination by a lymphocyte;

b) a polynucleotide coding for a polypeptide spacer of a length that is specific
for the ligand, wherein the spacer provides for increased T cell proliferation and/or
cytokine production in response to the ligand as compared to a reference chimeric
receptor,

c) a polynucleotide coding for a transmembrane domain; and

d} a polynucleotide coding for an intracellular signaling domain,

2. The chimeric receptor nucleic acid of claim 1, wherein the ligand binding

domain is an antibody fragment.

3. The chimeric receptor nucleic acid of claim 2, wherein the ligand binding

domain is single chain variable fragment.

4, The chimeric receptor nucleic acid of any one of claims 1-3, wherein the
tumor specific molecule is selected from the group consisting of CD19, CD20,
CD22,CD23, CDI123, CS-1, ROR1, mesothelin, c-Met, PSMA, Her2, GD-2,
MAGE A3 TCR and combinations thereof.

5. The chimeric receptor nucleic acid of claim of any one of claims 1-4,

wherein the spacer comprises an amino acid sequence of X PPX,P.

6. The chimeric receptor nucleic acid of claim 5, wherein the spacer region

comprises a portion of a hinge region of a human antibody.

7. The chimeric receptor nucleic acid of claim 5, wherein the spacer region

comprises a hinge region and af least one other portion of a F¢ domain of a human
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antibody selected from the group consisting of CH1, CH2, CH3, and combinations
thereof,

8. The chimeric receptor nucleic acid of any one of claims 1-7, wherein the
spacer region is of a length selected from the group consisting of 12 amino acids or

less, 119 amino acids or less, and 229 amino acids or less,

9. The chimeric receptor nucleic acid of claim 5, wherein the lgand binding
domain binds to a ligand on ROR1 and the spacer region is selected from the
group consisting of SEQ ID NO:4, and SEQ ID NO:49 (Hinge-CH3).

10.  The chimeric receptor nucleic acid of any one of claims 1 to 9, wherein the
Iymphocyte activating domain comprises all of a portion of CD3 zeta in combination
with a costimulatory domain selected from the group consisting of CD27, CD28, 4-
BB, OX-40, CD30, CD40, PD-1, ICOS, LFA-1, CD2, CD7, NKG2C, B7-H3 and

combinations thereof.

11. The chimeric recepior nucleic acid of claim 10, wherein the intracellular
signaling domain comprises a portion of CD3 zeta and a portion of 4-1BB, a portion
of CD28 or both.

12, The chimeric receptor nucleic acid of any one of claims 4 to 11, wherein the
ligand binding domain binds to ROR 1 and the spacer region is 12 amino acids or
less and has the sequence of SEQ 1D No:4.

13. The chimeric receptor nucleic acid of any one of claims 4 to 11, wherein the
ligand binding domain binds to ROR1 and the spacer region has the sequence of
SEQ ID No:50.

t4.  The chimeric receptor nucleic acid of any one of claims 4 fo 11, wherein the
ligand binding domain binds to CD19 and the spacer region is 12 amino acids or less

and has the sequence of SEQ 1D No:4.
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15, The chimeric receptor nucleic acid of any one of claims 4 to 11, wherein the
ligand binding domain binds to Her2 and the spacer region has the sequence of SEQ
ID No:50.

16. The chiineric receptor nucleic acid of any one of claims 1-15, further

comprising a nucleic acid that codes for a marker sequence.

17. A chimeric recepi:or polypeptide coded for by a chimeric receptor nucleic

acid of any one of claims 1 to 16.

18.  An expression vector comprising an isolated chimeric receptor nucleic acid

of any one of claims 1-16.

19. A host cell comprising a nucleic acid of any one of claims 1-16 or an

expression vector of claim 18.

20, The host cell of claim 19, wherein the host cell is a CD8+ T cytotoxic
lymphocyte cell selected from the group consisting of naive CD8+ T cells, central

metmory CD&+ T cells, effector memory CD&+ T cells and butk CD8+ T cells,

21.  The host cell of claim 20, wherein the CD8+ cytotoxic T lymphocyte cell is a
central memory T cell wherein the central memory T cell is positive for CD45RO+,
CD62L+, and CD&+. '

22, The host cell according {o claim 19, wherein the host cellisa CD4+ T
helper lymphocyte cell is selected from the group consisting of naive CD4+ T cells,
central memory CD4+ T cells, effector memory CD41 T cells, and bulk CDM4+ T

cells,

23.  The host cell of claim 22, wherein the CD4+ helper lymphocyte cell is a
naive CD4+ T cell, wherein the naive CD4+ T cell is positive for CD45RAH,
CD62L+ and CD4+ and negative for CD45RO.



10

15

20

25

30

24. A composition comprising a host cell of any one of claims 19-23 in a

pharmaceutically acceptable excipient.

25.  The composition of claim 24 comprising a host cell of claims 20 or 21 and a

host cell of claims 23 or 34.

26.  Anin vitro method for p;'epaa‘ing a host cell of any one of claims 19-23
comprising:

a)providing a library of nucleic acids coding for a chimeric receptor of any
one of claims 1-16 or 18, wherein each of the plurality of nucleic acids code for a
chimeric receptor that differs in length;

b) introducing sach of the plurality of the nucleic acids into a separate
isolated T lymphocyte population and expanding each T lymphocyte population in
vitro; .

¢) administering each genetically modified T lymphocyte population into an
animal model bearing & tumor and determining whether.a genetically modified T
lymphocyte population has anti tumor efﬁcacy;A and

' d) selecting a nucleic acid coding for the chimeric receptor that provides for

anti tumor efficacy in vitro and/or in an animal model,

27.  The method of claim 26, Turther comprising introducing the selected nucleic

acid coding for the chimeric receptor into a host cell.

28.  An in vitro method for preparing a host cell of any one of claims 19-23
comprising: ' »

a) introducing a nucleic acid of any ope of claims 1-16 or an expression vector
of claim 18 into a Iymphocyte population that has a CD45RA-, CD45RO+, and
CD62L+ phenotype; and

b) culturing the cells in the presence of anti-CD3 and/or anti CD28, and at least

one homeostatic cytokine unti) the ceils expand sufficiently for use as a cell

infusion.
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29.  The method of any one of claims 26 to 28, wherein the lymphocyte is CD8+
or CD4+,

30.  The use of host cell of any one of claims 19-23 or composition of claims 24-

W

25 in the treatment of cancer or a viral infection.

31.  The use of claim 30, wherein the cancer is a solid tumor or hematologic

malignancy.

32,  The use of claim 31, wherein the solid tumor is selected from the group
consisting of a breast cancer, lung cancer, colon cancer, renal cancer, pancreatic

cancer, prostate cancer, and ovarian cancer,

33. A method of performing cellular immunotherapy in a subject having cancer
or a viral infection compriging: administering the composition of any one of claims

24 to 25 or a host cell of claims 19 to 23 to the subject.

34, The method of claim 33, wherein the cancer is selected from a solid tumor or

hematologic malignancy.
35.  The method of claim 34, wherein the solid tumor is selected from the group

consisting of a breast cancer, lung cancer, colon cancer, renal cancer, pancreatic

cancer, prostate cancer, and ovarian cancer.
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tccctcaagg
gcaaatacaa
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9
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DNA

Artificial Sequence

Synthetic
9

ccttetgete
aagtgtgtaa cggaataggt
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atgtgtgcca
gctgtccaac

tcttgetget

gtgcaacctt
ccacccagag
ctgtatccag
agtcatggga
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PRT
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i1
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1
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Thre

65
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Thr

Thr
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Pro

Pro

Glu

Ala

val

225

Tyr

Trp

Pro

Gly

Phe

305

Pro

val

Ser

Ser

Asn

Gly
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Ser

ASp

Trp

Leu

210

rhe

Cys

Gly

Pro

val
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Trp
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Arg

Asn

Thr

115
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Gly

GlIn
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Leu

195
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Leu

Ala
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Met

Leu
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Leu
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Gly
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Lys

Pro

Ala

LyS

Arg

Leu
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Pro
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Leu
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Arg

Pro
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Cys
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Thr
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Leu
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Trp

Trp
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Ser
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val

Pro

Ser

295

Arg

Gin
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Gly

Asp

Phe
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Gly

Gln

Thr

Ile
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Leu
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Ile
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val

265

rPhe

Leu
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Thr
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20

Ala
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Pro

Ser

Thr
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Gln

Glu

Lys

Thr

Trp

val

Leu

Thr

Thr

Gly

Gly

Pro

Thr

Asp

AsSp

235

Ser

ser

val

Thr

Leu
315

Asp

Tyr

Thr

ser

140

Pro

Ser

Pro

Thr

Asn

220

ASp

TYyr

Glu

Leu

val

300

Tyr

Gin Glu Glu

330

Page ©

Tyr

Phe

LyS

Gly

Gly

Gly

Arg

Tyr

205

Ser

Thr

Ala

Ser

val

285

Ala

Ile

ASp

Ser
Ser
Cys
Leu
Glu
Leu
val
%
Tyr
Lys
Ala
Met
Lys
270
val
Phe

Phe

Gly

Gly

Leu

95

GIn

Glu

Gly

val

Ser

175

Gly

Asn

Ser

Ile

Asp

Tyr

val

Ile

Lys

335

val

80

Thr

Gln

Iie

Ser

Ala

160

Leu

Leu

sSer

Gin

Tyr

240

Tyr

Gly

Gly

Ile

Gin

320

Ser



Cys

Ser

Tyr

385

Asn

Glu

Gly

Tyr

Leu

Ile

Ile

Leu

545

Asp

Phe

phe

Arg

Arg

Asn

370

Arg

Pro

Ala

His

Gly

Pro

Gly

Pro

lL.eu

Glu

Phe

Ser

355

Glu

Arg

Gln

Tyr

Gly

Pro

His

Ile

515

His

val

Glin

Leu

Asn
595

Glu

340

Ala

Leu

Gly

Glu

Ser

420

Gly

leu

Arg

Arg

Pro

500

Gly

Phe

Glu

Ile
580

Leu

Glu

Asp

Ash

Arg

Leu

His

Gly

Met

485

Ala

Glu

Lys

pPhe

Leu

565

GIn

Glu

Glu

Ala

Leu

390

Leu

Ile

Tyr

Met

ser

470

Leu

Phe

rPhe

Asn

Asp

Ala

Ile

Glu

Pro

Gly

Pro

Tyr

Gly

Gn

GIn

455

Leu

Leu

l.eu

Lys

Cys

535

Gly

Ile

Trp

Ile

Gly

Ala

360

Arg

Glu

Asn

Met

Gly

Ala

Leu

Leu

lL.eu

ASp

520

Thr

Asp

Leu

Pro

Sequence-Listing

Gly Cys Glu Leu Arg

345

TY"

Arg

Met

Glu

LyS

Leu

l.eu

Thr

val

Ile

505

Ser

Ser

Ser

Lys

Glu

585

Gly

Gin

Glu

Gly

Leu

410

Gly

Ser

Pro

cys

Thr

490

Pro

Leu

Ile

Phe

Thr

570

Asn

Glin

Glu

Gly

GlIn

Glu

Thr

Pro

Arg

Ser

Ser

Thr

555

val

Arg

Gly

Lys

Arg

Ala

ASp

Leu

LYS

Ile

Lys

Thr

Arg Thr Lys
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GIn

365

Asp

Pro

Asp

Arg

Thr

445

Leu

val

Leu

val

Asn

525

Asp

Thr

Glu

Asp

Glin
605

val

350

Asn

val

Arg

Lys

Lys

Glu

Glu

Leu

510

Ala

Leu

Pro

Ile

L.eu

590

His

Lys

Glin

Leu

Arg

Met

415

Gly

AsSp

Gly

Glu

Cys

495

Asn

Thr

His

Pro

Thr

575

His

Gly

Phe

Leu

Asp

Lys

Thr

Gly

Asn

480

Glu

Gly

AsSn

Ile

Leu

560

Gly

Gln



Phe

Ser

625

AsSN

Ser

Lys

Trp

Pro

ITe

Pro

ASp

785

Cys

Pro

val

Ser

610

Leu

Leu

Gly

Ala

Gly

Arg

Phe

Gin

GIn

Ala

770

Ala

Thr

Ser

Leu

Lys

Cys

Gln

Thr

675

Pro

Glu

val

Ala

Cys

755

Gly

Gly

Gly

Ile

Ala Leu

<210>
<211>
<212>
<213>

<220>
<223>

835

12
15
PRT

Ala

Glu

Tyr

Lys

Gly

Glu

Cys

Glu

Met

740

Ala

val

His

Pro

Ala

820

Gly

val

Ile

Ala

645

Thr

Glin

Pro

val

AsSn

725

Asn

His

Met

val

Ile

val

ser

630

Asnh

Lys

val

Arg

ASD

710

ser

Ile

Tyr

Gly

Cys

Leu

Gly

Gly

Ser

615

Asp

Thr

Ile

cys

ASp

Lys

Glu

Thr

Ile

Glu

775

His

Glu

Met

Leu

Artificial Sequence

Synthetic

Leu

Gly

Ile

Ile

His

680

Cys

Cys

Cys

Cys

AsSp

760

Asn

Leu

Gly

val

Phe
840

Sequence-Listing

Asn Ile Thr Ser Leu

ASp

AsSn

Ser

665

Ala

val

Asn

Ile

Thr

745

Gly

Asn

Cys

Cys

Gly

Met

val

Trp

Asn

Leu

Ser

Leu

Gin

730

Gly

Pro

Thr

His

Pro

810

Ala
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Ile

635

Lys

Arg

Cys

cys

Ley

715

Cys

Arg

His

L.eu

Pro

795

Thr

Leu

620

Ile

LysS

Gly

Ser

His

Gly

cys

val

780

Asn

ASn

Leu

Ser

Leu

Glu

Pro

685

Asn

Gly

Pro

Pro

val

765

Trp

Cys

Galy

Leu

Gly

Gly

Phe

ASn

670

val

Glu

Glu

750

Lys

Lys

Thr

Pro

Ley
830

Leu

Asn

Gly

Ser

Pro

Ccys

735

Asn

Thr

Tyr

Tyr

Arg

Lys

Thr

Cys

Cys

Arg

Arg

Leu

Cys

Cys

Gly
800

Ile

val



<400>

12

g1y Gly Gly

<210>
<211>
<212>
<213>

<400>

13
327
PRT
Homo

13

Ala ser Thr
1

Ser

Phe

Gly

Leu

65

TYr

Arg

Glu

ASp

Asn

Trp

Pro

Thr

Pro

val

50

Ser

Thr

val

phe

Thr

130

va'l

val

Ser

Leu

Ser
210

Ser

Glu

35

His

Ser

Cys

Glu

L.eu

115

Leu

Ser

Glu

Thr

Asn

195

Ser

Gly

sSer
5

sapiens

Lys

Glu

20

Pro

Thr

val

Asn

Ser

100

Gly

Met

Gln

val

Tyr

180

Gly

Ile

Gly
5
Ser
val
Phe
val
val
85
Lys
Gly
Ile
Glu
His
165
Arg

Lys

Glu

Gly

Pro

Thr

Thr

Pro

Thr

70

ASp

Tyr

Pro

ser

val

Glu

LYS

Gly

Ser

Ala

val

Ala

55

vai

His

Gly

Ser

Arg

135

Pro

Ala

val

Tyr

Thr
215

Gly

val

Ala

Ser

40

val

Pro

Lys

Pro

val

120

Thr

Glu

Lys

Ser

Lys

200

Ile

Sequence-Listing

Gly ser Gly Gly Gly
10

Phe

Leu

25

Trp

Leu

Ser

Pro

Pro

105

Phe

Pro

val

Thr

val

185

Cys

Ser

Pro

10

Gly

Asn

Gln

Ser

ser

90

Cys

Leu

Glu

Glin

Lys

Leu

Lys

Leu

cys

ser

Ser

Ser

75

ASNH

Pro

phe

val

Phe

155

Pro

Thr

val

Ala

Leu

Gly

ser

60

Leu

Thr

Ser

Pro

Thr

140

Asn

Arg

val

ser

Lys Ala Lys

Page 9

220

Pro

val

Ala

45

Gly

Gly

Lys

Cys

Pro

125

cys

Trp

Glu

Ley

Asn

205

Gly

Gly

Cys

Lys

30

Leu

Leu

Thr

val

Pro

110

Lys

val

Tyr

Glu

His

190

Lys

Gln

ser
15

Ser

15

ASp

Thr

Tyr

Lys

Asp

95

Ala

Pro

va'l

va'l

Gln

175

Gln

Gly

Pro

Arg

Tyr

Ser

Ser

Thr

80

Lys

Pro

Lys

val

Asp

teu

Arg



Glu

225

Asn

Ile

Thr

Arg

Cys

305

Laeu

Pro

Gln

Ala

Thr

L.eu

290

ser

ser

<210>
<211>
<212>
<213>

<400>

Gln

val

val

Pro

275

Thr

val

Leu

14
220
PRT
Homo

14

Met Leu Arg

1

Thr

Asp

Arg

val

65

Lys

Phe

Lys

Gly

ASn

Glu

50

Cys

Thr

Tyr

Ile

Asn

Ala

35

Phe

val

Gly

Leu

Glu
115

val

Ser

Glu

260

Pro

val

Met

Ser

Tyr

Leu

245

Trp

va'

ASp

His

Ley
325

sapiens

Leu

Lys

val

Arg

val

Phe

Gin

100

val

Leu

Ile

ASn

Ala

Tyr

ASnh

85

Asn

Met

Thr

230

Thr

Glu

Leu

Lys

Glu

310

Gly

l.eu

eu

ieu

ser

Gly

70

cys

l.eu

Tyr

Leu

Cys

Ser

Asp

Ser

295

Ala

Lys

Ala

val

Ser

Leu

55

Asn

Asp

Tyr

Pro

Pro

Leu

Asn

ser

280

APrg

Leu

Leu

Lys

cys

40

His

Tyr

Gly

val

Pro
120

Sequence-Listing

Pro Ser GIn Glu Glu

val

Gly

Asp

Trp

His

Asn

Gln

25

Lys

Lys

Ser

Lys

Asn

105

Pro

LyS
250
Gln
Gly

GlIn

AsSn

Leu
10

Ser
Tyr
Gly
GlIn
Leu
90

Glin

235

Gly

Pro

Ser

Glu

His
315

Phe

Pro

Ser

Leu

Gln

75

Gly

Thr

Phe

Glu

Phe

Gly

300

Tyr

Pro

Met

Tyr

Asp

60

Leu

Asn

AsSp

Tyr Leu Asp

rPage 10

Tyr

Asn

Phe

285

Asn

Thr

Ser

Leu

Asn

45

Ser

Gin

Glu

Ile

Asn
125

Met

Pro

Asn

270

Leu

val

Gin

Ile

val

30

Leu

Ala

val

ser

Tyr

110

Glu

Thr

Ser

255

Tyr

Tyr

Phe

Lys

GlIn

15

Ala

Phe

val

Tyr

val

95

Phe

Lys

LysS

240

ASp

Lys

Ser

Ser

Ser
320

val

Tvyr

ser

Glu

Ser

80

Thr

Cys

Ser



Asn

Leu

145

Gly

Phe

Asn

Tyr

Gly

phe

val

Trp

Met

Ala
210

<210>
<211>
<212>
<213>

<400>
Met Gly Asn

1

Asn

Ala

Pro

Cys

Thy

Ala

Thr

Lys

phe

Gly

Pro

50

Arg

ser

Gly

Lys

Arg
130

Thr

Pro

Ley

val

Thr

195

Pro

15
255
PRT
Homo

15

Glu

Thr

35

Asn

Gln

Asn

Cys

Lys

115

Gly

Ile

Gly

Ala

Arg

Pro

Pro

Ile

Pro

cys

165

Ser

Arg

Arg

sapiens

Ser

Arg

20

Phe

Ser

cys

Ala

Ser

100

Gly

Ile

Cys
5
Thr
Ccys
Phe
Lys
Glu
85
Met

cys

Cys

His

ser

150

Tyr

Lys

Arg

ASp

Tyr

Arg

ASp

ser

Gly

70

Cys

Cys

LysS

Arg

val

135

Lys

ser

Arg

Pro

Phe
215

Asn

Ser

Asnh

Ser

55

val

ASp

Glu

Asp

Pro
135

Lys

Pro

Leu

Ser

ile

Leu

Asn

40

Ala

Phe

Cys

Gln

Cys

Trp

Sequence-Listing

Gly Lys His Leu Cys

Phe

Leu

Arg

Pro

Ala

val

Gln

25

Arg

Gly

Arg

Thre

Asp

Cys

Thr

Trp

Val

170

Leu

Thr

Tyr

Ala

10

Asp

Asn

Gly

Thr

Pro

S0

Cys

phe

Asn

va'l

155

Thr

Leu

Arg

Arg

Thr

Pro

Gln

Gln

Arg

75

Gly

Lys

Gly

Cys

140

Leu

val

His

Lys

ser
220

Leu

Cys

Ile

Arg

60

Lys

Phe

Gin

Thr

Ser
140

Page 11

val

Ala

ser

His
205

Leu

ser

Cys

45

Thr

Glu

His

Gly

phe

125

Leu

Pro

val

Phe

ASp

190

Tyr

Leu

Asn

30

Ser

Cys

Cys

Cys

Gln

110

Asn

Asp

Ser

val

1le

175

Tyr

Gln

val

15

Cys

Pro

Asp

Ser

Ley

95

Glu

Asp

Gly

Pro

Gly

160

Ile

Met

Pro

lLeu

Pro

Cys

Ser

80

Gly

Leu

Gln

Lys



ser

145

ser

Pro

Ala

Arg

Lys

225

Cys

val

Pro

Ala

Leu

Phe

210

Gln

Ser

<210>
<211>
<212>
<213>

<400>

Leu

Ala

Arg

Thr
195

Ser

Pro

Cys

16
164
PRT
Homo

16

Met Lys Trp
i

Pro

Tyr

L.eu

Glin

65

Glu

Gly

Glu

Lys

Ile

Leu

Phe

50

Gln

Glu

Gly

Leu

Gly

Thr

Leu

35

Leu

Gly

Tyr

Lys

Gln

115

Glu

val

Asp

Glu

180

Ser

val

pPhe

Arg

Asn

Leu

165

Pro

Thr

val

Met

Phe
245

sapiens

Lys

Glu

20

Asp

Arg

Gin

Asp

Pro

100

LyS

Arg

Ala

5

Ala

Gly

val

Asn

val

85

Gln

Asp

Arg

Gly

Ser

Gly

Ala

LyS

Leu

Gln

Ile

Lys

Gln

70

Leu

Arg

Lys

Arg

Thr

Pro

His

l.eu

Arg

215

Pro

Glu

phe

Ser

Leu

Phe

55

leu

Asp

Arg

Met

Gly

Gly

Ser

Leu

200

Gly

val

Glu

Thr

Phe

Phe

40

Ser

Tyr

Lys

Lys

Ala

120

Lys

Sequence~-Listing
Glu Arg Asp val val

Ala

Pro

185

Phe

Arg

Gin T

Glu

Ala

Gly

25

Ile

Arg

Asn

Arg

Asn

105

Glu

Gly

155

Ser Ser val Thr

170

GIn

Leu

LysS

Glu
250

Ala

10

Leu

Tyr

Ser

Glu

Arg

90

Pro

Ala

Ile

l.eu

Lys

Thr

235

Gly

Ile

Leu

Gly

Ala

Leu

75

Gly

Gin

Tyr

Ile

Phe

Leu

220

GlIn

Gly

Leu

Asp

val

Asp

60

Asn

Arg

Glu

Ser

His Asp Gly
Page 12

Ser

Phe

205

Leu

Glu

cys

Gin

Pro

Ile

45

Ala

Leu

Asp

Gly

Glu

125

Leu

Cys

Pro

Phe

190

Leu

Tyr

Glu

Ala

Lys

30

l.eu

Pro

Gly

Pro

Leu

110

Ile

Tyr

Gly

Pro

175

Phe

Thr

Ile

Asp

Leu
255

Gin

15

Leu

Thr

Ala

Arg

Glu

95

Tyr

Gly

Gin

Pro

160

Ala

Leu

Leu

rPhe

Gly

Leu

cys

Ala

Tyr

Arg

80

Met

Asn

Met

Gly



130

teu Ser Thr
145

Leu Pro Pro

<210> 17
<21l> 15
<212> PRT
<213> Homo
<400> 17
Glu Pro Lys
1

<210> 18
<211> 12
<212> PRT
<213> Homo
<400> 18
Glu Arg Lys
1

<210> 19
<211> 61
<212> PRT
<213> Homo
<400> 19
Glu Leu Lys
1

Glu Pro Lys

Pro Lys ser
35

Lys Ser Cys
50

<210> 20
<211> 12
<212> PRT
<213> Homo
<400> 20

Glu Ser Lys
1

<210> 21

Ala Thr

Arg

sapiens

ser Cys
5

sapiens

Cys Cys
5

sapiens
Thr Pro

5
ser Cys
20

Cys Asp

Asp Thr

sapiens

Tyr Gly
5

150

Asp

val

Leu

Asp

Thr

Fro

Pro

135

LyS

Glu

Gly

Thr

Pro

Pro
55

Pro

Thr

Cys

AsSp

Pro

Pro

40

Pro

Cys

Sequence-Listing

Lys Asp Thr Tyr Asp Ala Leu His Met Gln Ala
155

His

Pro

Thr

Pro

25

Pro

Cys

Pro

140

160

Thr Cys Pro Pro Cys Pro
10 15

Pro Cys Pro
10

His Thr Cys Pro Arg Cys Pro

10 15

Pro Cys Pro Arg Cys Pro Glu
30

Cys Pro Arg Cys Pro Glu Pro
45

Pro Arg Cys Pro
60

ser Cys Pro
10

Page 13



Sequence-Listing

<211> 12

<212> PRT

<213> Artificial Sequence
<220>

<223> Synthetic

<400> 21

Glu Ser Lys Tyr Gly Pro Pro Cys Pro PBO Cys Pro
1 5 1

<210> 22

<211> 26

<212> DNA

<213> Artificial Sequence

<220>

<223> Primer

<400> 22

atcaaaagaa tagaccgaga tagggt 26
<210> 23

<211> 26

<212> DNA

<213> Artificial Sequence

<220>

<223> Primer

<400> 23

ccgtaccttt aagaccaatg acttac 26
<210> 24

<211> 18

<212> DNA

<213> Artificial Sequence

<220>

<223> Primer

<400> 24

ttgagagttt tcgccocg 18
<210> 25

<211> 24

<212> DNA

<213> Artificial Sequence

<220>

<223> Primer

<400> 25

aatagacaga tcgctgagat aggt 24
<210> 26

<211> 18

<212> DNA

<213> Artificial Sequence

<220>

<223> Primer
Page 14



<400>

26

caggtatccg gtaagegg

<210>
<211>
<212>
<213>

<220>
<223>

<400>

27
19
DNA
Artificial Sequence

Primer

27

cgaccagcaa ccatagtcc

<210>
<211>
<212>
<213>

<220>
<223>

<400>

28

18

DNA

Artificial sequence

Primer

28

tagcggtttg actcacgg

<210>
<211>
<212>
<213>

<220>
<223>

<400>

29
20
DNA
Artificial Sequence

Primer

29

gcagggagct agaacgattc

<210>
<211>
<212>
<213>

<220>
<223>

<400>

30

22

DNA

Artificial Sequence

Primer

30

attgtctggt atagtgcagc ag

<210>
<211>
<212>
<213>

<220>
<223>

<400>

31
16
DNA
Artificial Sequence

Primer

31

tcgcaacggg tttgec

<210>
<211>
<212>

32
21
DNA

Sequence-Listing

Page 15

18

19

18

20

22

16



- Sequence-Listing
<213> Artificial Sequence

<220>

<223> Primer

<400> 32

aggaagatat cgccacctac t 21
<210> 33

<211> 20

<212> DNA

<213> Artificial seguence

<220>

<223> Primer

<400> 33

cgggtgaagt tcagcagaag 20
<210> 34

<211> 20

<212> DNA

<213> Artificial Sequence

<220>

<223> Primer

<400> 34

actgtgtttg ctgacgcaac 20
<210> 35

<211 20

<212> DNA

<213> Artificial sequence

<220>

<223> Primer

<400> 35

atgcttctce tggtgacaag 20
<210> 36

<211> 18

<212> PRT

<213> Artificial Sequence

<220>

<223> synthetic

<400> 36 .

Gly ser Thr Ser Gly Ser Gly Lys Pro Gly Ser Gly Glu Gly Ser Thr
1 5 10 15

Lys Gly

<210> 37

<211l> 10051

<212> DNA

<213> Artificial Sequence

Page 16



<220>
<223>

<400> 37
gttagaccag

tcaataaagc
taactagaga
aacagggact
gctgaagegce
actagcggag
attagatcga
acatatagta
aacatcagaa
agaagaactt
agagataaaa
gaaaaaagca
ccctatagtg
aaatgcatgg
ttcagcatta
gggacatcaa
agagaagagt
tcttgggage
gacaattatt
aacagcatct
ctgtggaaag
tcatttgeac
aagaaaaggg
agacatacaa
ttacagggac
aggcegttttyg
gcgcacatcg
ctagagaagg
tcecgagggt
caacgggttt
cgeecgecge

cgectgtogt

Synthetic

atctgagcct
ttgecttgag
tecectcagac
tgaaagcgaa
gcacggcaag
gctagaagga
tgggaaaaaa
tgggcaagca
ggctgtagac
agatcattat
gacaccaagg
cagcaagcag
cagaacatcc
gtaaaagtag
tcagaaggag
gcagccatgce
ggtgcagaga
agcaggaagce
gtctggtata
gttgcaactc
atacctaaag
cactgctgtg
gggatigggg
actaaagaat
agcagagatc
cgctgetteg
cccacagtec
tggcgcgggg
gggggagaac
gccgecagaa
cctacctgag

geetectgaa

gggagctctc
fgcttcaagt
cctttrtagtc
agggaaacca
aggcgagggy
gagagatggg
ttcggttaag
gggagctaga
aaatactggg
ataatacagt
aagctitaga
cagctgacac
aggggcaaat
tagaagagaa
ccaccccaca
aaatgttaaa
gaaaaaagag
actatgggcyg
gtgcagcagc
acagtctggg
gatcaacagc
ccttggatcet
ggtacagtgc
tacaaaaaca
cagtitgggg
cgaggatctg
ccgagaagtt
taaactggga
cgtatataag
cacagctgaa
gcecgeeatcece

ctgcgteccge

Sequence-Listing

tggctaacta
agtgtgtgce
agtgtggaaa
gaggagctct
cggcgactgg
tgcgagageg
gccaggggga
acgattcgca
acagctacaa
agcaaccctc
caagatagag
aggacacagc
ggtacatcag
ggctttcagce
agatttaaac
agagaccatc
cagtgggaat
cagcgtcaat
agaacaattt
gcatcaagca
tcctggggat
acaaatggca
aggggaaaga
aattacaaaa
atcaattgca
cgatcgctec
9999992999
aagtgatgtc
tgcagtagtc
gcttcgaggy
acgccggtty
cgtctaggta
Page 17

gggaacccac
cgtcrgttgt
atctctagcea
ctcgacgcag
tgagtacgcc
tcagtattaa
aagaaaaaat
gttaatcctg
ccatcecettc
tattgtgtyge
gaagagcaaa
aatcaggtca
gccatatcac
ccagaagtga
accatgctaa
aatgaggaag
aggagctttg
gacgctgacg
gctgagggct
gctccaggea
ttggggttgc
gtattcatcc
atagtagaca
attcaaaatt
tgaagaatct
ggtgceegtc
gtcggcaatt
gtgtactggc
gccgtgaacyg
gctegeatcet
agtcgegttc

agtttaaagc

tgcttaagcec
gtgactctgg
gtggcgeeceg
gactcggett
aaaaattttg
gcgggggaga
ataaattaaa
gcctgttaga
agacaggatc
atcaaaggat
acaaaagtaa
gccaaaatta
ctagaacttt
tacccatgtt
acacagtggg
ctgcaggcaa
ttccttoggt
gtacaggcca
attgaggecgc
agaatcctgg
tctggaaaac
acaattttaa
taatagcaac
ttcgggttta
gcttagggtt
agtgggcaga
gaaccggtgc
tccgectttt
ttctttttcy
ctcctteacg
tgcegectec

tcaggtcgag

60
120
180
240
300
360
420
480
540
600
660
720
780
840
900
960

1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620
1680
1740
1800
1860
1920



accgggectt
ttgcctgacc
cagatccaag
gctggtgaca
ggaacagctc
ctgcaaggcc
tggcaaggga
cacctgggtg
gcagatgaac
cgccgacgac
cggcggagge
ccagageccec
cagcgceceac
atacctgatg
gttcagcgga
tgacgaggcec
cacccagcetyg
ccccgagttc
gatgatcagc
cgaggtccag
cagagaggaa
ggactggctg
catcgaaaag
gccteectec
cttctacccee
caagaccacc
cgtggacaag
cctgeacaac
gctggtggtg
catcttttgg
gagaccagta
agaaggagga
gcagggccag
cctggataag

tgtccggcge
ctgcttgctce
ctgtgaccyg
agectgctgce
gtcgaaagcg
agcggcetteg
ctggaatgga
aacggacggt
agcctgacag
ggcgeectgt
ggatctggtg
tectgtgtctyg
aagaccgaca
caggtgcaga
tctagctetg
gattactact
accgtgaccg
ctgggceggac
€ggacceecy
ttcaattggt
cagttcaaca
aacggcaaag
accatcagca
caggaagaga
agcgacatcg
cctecegtyge
agcecggtgge
cactacaccc
9tgggco9g99g
gtgaaacggg
caaactactc
tgtgaactgc
aatcagctgt

cggagaggcc

tccettggag
aactctacgt
cgcetacgge
tgtgcgagct
gcggcagact
acttcagege
tcgccaccat
tcaccatctc
ccgecgaccy
tcaacatctg
gcggaggaag
ctgcectgyg
ccatcgactg
gcgacggeag
gcgcecgaccg
gtggcgccga
gcgagtctaa
ccagegtgtt
aggtgacctg
acgtggacgg
gcacctaccg
aatacaagtg
aggccaaggg
tgaccaagaa
ccgtggagtg
tggacagcga
aggaaggcaa
agaagagcct
tgctggecty
gcagaaagaa
aagaggaaga
gggtgaagtt
acaacgagct

gggaccctga

Sequence-Listing

cctacctaga
ctttgtttcg
tagcgaattce
gceccaccecc
ggtgacacct
ctactacatg
ctaccccage
cagcgacaac
ggccacctac
gggeectgge
tggcggegga
aagccctgece
gtatcagcag
ctacaccaag
ctacctgatc
ctacatcggc
gtacggaccg
cctgtteecce
cgtggtogty
cgtggaagtg
ggtggtgtct
caaggtgtcc
ccagectege
ccaggtgtcce
ggagagcaac
cggcagettc
cgtctttage
gagcetgtec
ctacagcctg
actcctgtat
tggctgtage
cagcagaagc
gaacctgggc
gatgggcggce

ctcagccggce
ttttctgttc
ctcgaggeca
gcectttetge
ggcggeagec
agctgggtec
agcggcaaga
gcccagaaca
ttttgcgceea
accctggtga
ggatctgagc
aagatcacct
ctgcagggeg
aggccaggceg
atccccagceg
ggctacgtgt
ccetgecccec
cccaagccca
gacgtgagec
cacaacgcca
gtgctgaccg
aacaagggcc
gagccccagyg
ctgacctgcc
ggccagectg
ttcctgtaca
tgcagcgtga
ctgggcaaga
ctggtgacag
atattcaaac
tgccgatttc
gccgacgecce
agaagggaag
aagcctegge

Page 18

tctccacget
tgcgeegtta
ccatgctget
tgatccccca
tgaccctgag
gccaggeccec
cctactacge
cecgtggacct
gagacagcta
caatctctag
tggtgctgac
gtaccctgag
aggcccccag
rgcccgacceg
tgcaggceega
tcggcggagg
cttgcectgce
aggacaccct
aggaagatcc
agaccaagcec
tgctgcacca
tgcccageag
tgtacaccct
tggtgaagag
agaacaacta
gcecggetgac
tgcacgaggce
tgttctgggt
tggccttcat
aaccatttat
cagaagaaga
ctgcctacca
agtacgacgt

ggaagaaccc

1980
2040
2100
2160
2220
2280
2340
2400
2460
2520
2580
2640
2700
2760
2820
2880
2940
3000
30690
3120
3180
3240
3300
3360
3420
3480
3540
3600
3660
3720
3780
3840
3900
3960



ccaggaaggc
cggcatgaag
caccgceceacc
ggg9cggegga
ccctaggatg
cctectgate
ctccataaat
ccacatcctg
acaggaactg
ttggcctgaa
gaccaagcaa
attacgctec
gtgctatgea
aattataagc
gtgcteeecc
cagccgagge
tgtggagaac
cacctgcaca
ccactgegtc
gtacgcagac
tgggccaggt
gatggtgggg
agcggeeget
ctggattaca
ctatgtggat
attttctect
gtcaggcaac
attgccacca
gcggaactca
gacaattccg
gccacctgga
gaccttcctt
cctcagacga

gtacctttaa

ctgtataacyg
ggcgagcgga
aaggatacct
gagggcagad
cttctectgd
ccacgcaaad
gctacgaata
ccggtggeat
gatattctga
aacaggacgg
catggtcagt
ctcaaggaga
aatacaataa
aacagaggtg
gagggetget
agggaatgcg
tctgagtgea
ggacggggac
aagacctgec
gccggecatg
cttgaaggct
gcecetectet
ctagacccgd
aaatttgtga
acgctgettt
ccttgtataa
gtggcgtggt
cctgtcaget
tcgecgecty
tggtgttgtc
ttctgegegg
ccegeggect
gtcggatctc

gaccaatgac

aactgcagaa
ggcggggeaa
acgacgccect
gaagtcttct
tgacaagcct
tgtgtaacgg
ttaaacactt
ttaggggtga
aaaccgtaaa
acctccatge
tttctettge
taagtgatgg
actggaaaaa
aaaacagctg
ggggcccgga
tggacaagtg
tacagtgcca
cagacaactg
cggcaggagt
tgtgccacct
gtccaacgaa
tgctgctggt
gctgcaggaa
aagattgact
aatgcctttyg
atcctggttyg
gtgcactgtyg
cctrtccggy
ccttgececgce
ggggaaatca
gacgtccttce
gctgeegget
cctttgggcece

ttacaaggca

Sequence-Listing

agacaagatg
gggccacgac
gcacatgcag
aacatgecggt
tctgetctgt
aataggtatt
caaaaactgc
ctccttcaca
ggaaatcaca
ctttgagaac
agtcgtcagce
agatgtgata
actgtttggg
caaggccaca
gcccagggac
caaccttctg
cccagagtge
tatccagtgt
catgggagaa
gtgccateca
tgggcctaag
ggtggccctyg
ttcgatatca
ggtattctta
tatcatgcta
ctgtctettt
tttgctgacg
actttcgett
tgctggacag
tcgtectttc
tgctacgtcc
ctgecggecte
gceteeccgce

gctgtagate

gccgaggect
ggcctgtatc
gcectgecece
gacgtggagg
gagttaccac
ggtgaattta
acctccatca
catactectc
gggtttttge
ctagaaatca
ctgaacataa
atttcaggaa
accteeggte
ggccaggtct
tgcgtetett
gagggtgagc
ctgcctcagg
gcccactaca
aacaacaccc
aactgcacct
atcccegteca
gggatcggcec
agctrtatcga
actatgttgce
ttgctrcecg
atgaggagtt
caaccceeac
tceceectecec
gggctegget
cttggctget
cttcggeect
ttccgegtet
atcgataccyg

ttagccactt
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acagcgagat
agggcctgtc
caaggctcga
agaatccegg
acccagcatt
aagactcact
gtggcgatct
ctctggatcec
tgattcaggc
tacgcggceag
catccttggg
acaaaaattt
agaaaaccaa
gecatgectt
gccggaatgt
caagggagtt
ccatgaacat
ttgacggccc
tggtctggaa
acggatgcac
tcgecactgg
tcttecatgtg
taatcaacct
tcettttacy
tatggcetttc
gtggceegtt
tggttggggce
tattgccacg
gttgggcact
cgectgtgtt
caatccageg
tecgeettege
tcgactagec

tttaaaagaa

4020
4080
4140
4200
4260
4320
4380
4440
4500
4560
4620
4680
4740
4800
4860
4920
4980
5040
5100
5160
5220
5280
5340
5400
5460
5520
5580
5640
5700
5760
5820
5880
5940
6000



4aggggggac
actgggtctc

ccactgctta
ttgtgtgact
agcagaattc
attcgeecta
gggaaaaccc
ggcgtaatag
gcgaatggaa
cagctcattt
gaccgagata
ggactccaac
atcaccctaa
agggagcccc
gaagaaagcg
aaccaccaca
gggaaatgtg
gctcatgaga
tattcaacat
tgctcaccea
gggttacatc
acgttttcea
tgacgccggyg
gtactcacca
tgcigceecata
accgaaggag
ttgggaaccg
agcaatggca
gcaacaatta
ccttececgget
tatcattgca
ggggagtcag
gattaagcat

acttcatttt

tggaagggct
tctggttaga
agcctcaata
ctggtaacta
gatatcaagc
tagtgagtcg
tggcgttacc
cgaagaggcc
attgtaagcg
tttaaccaat
gggttgagtg
gtcaaagggc
tcaagttttt
cgatttagag
aaaggagcgg
ccecgecgege
cgcggaaccc
caataaccct
ttcegtgteg
gaaacgctgg
gaactggatc
atgatgagca
caagagcaac
gtcacagaaa
accatgagtg
ctaaccgett
gagctgaatg
acaacgttgc
atagactgga
ggctggttta
gcactggggc
gcaactatgg
tggtaactgt

taatttaaaa

aattcactcc
ccagatctga
aagcttgect
gagatccectc
ttatcgatac
tattacaatt
caacttaatc
cgcaccgatc
ttaatatttt
aggccgaaat
ttgtteccagt
gaaaaaccgt
tggggtcgag
cttgacgggg
gcgctagggc
ttaatgegec
ctatttgttt
gataaatgct
cccttattce
tgaaagtaaa
tcaacagcgg
cttttaaagt
tcggtegecg
agcatcttac
ataacactgc
ttttgcacaa
aagccatacc
gcaaactatt
tggaggcgga
ttgctgataa
cagatggtaa
atgaacgaaa
cagaccaagt

ggatctaggt

Sequence-Listing

caaagaagac
gcectgggage
tgagtgcttce
agacccrtrt
cgtcgacctc
cactggeegt
gcecttgeage
gcecttecca
gttaaaattc
cggcaaaatc
ttggaacaag
ctatcagggce
gtgccgtaaa
aaagccggeg
gctggcaagt
gctacagggc
atttttctaa
tcaataatat
cttttttgeg
agatgctgaa
taagatcctt
tctgctatgt
catacactat

ggatggcatg
ggccaactta

catgggggat
aaacgacgag
aactggcgaa
taaagttgca
atctggagec
gceeteccgt
tagacagatc
ttactcatat

gaagatcctt

aagatctgct
tctetggeta
aagtagtgtg
agtcagtgtg
gagggggggce
cgttttacaa
acatccceect
acagttgcgce
gcgttaaatt
ccttataaat
agtccactat
gatggcccac
gcactaaatc
aacgtggcga
gtagcggtca
gcgtcaggty
atacattcaa
tgaaaaagga
gcattttgee
gatcagttgg
gagagttttc
ggcgcggtat
tctcagaatg
acagtaagag
cttctgacaa
catgtaactc
cgtgacacca
ctacttactc
ggaccacttc
ggtgagcgtg
atcgtagtta
gctgagatag
atactttaga

tttgataatc

Page 20

ttttgcctgt
actagggaac
tgceegtetg
gaaaatctct
ccggtaccca
cgtcgtgact
ttcgccaget
agcctgaatg
tttgttaaat
caaaagaata
taaagaacgt
tacgtgaacc
ggaaccctaa
gaaaggaagg
cgctgegegt
gcacttttcg
atatgtatcc
agagtatgag
ttcectgtttt
gtgcacgagt
gcececgaaga
tatcccgtat
acttggttga
aattatgcag
cgatcggagg
gccttgatcg
cgatgcctgt
tagctteccy
tgcgetegge
ggtctcgegy
tctacacgac
gtgcctcact
ttgatttaaa

tcatgaccaa

6060
6120
6180
6240
6300
6360
6420
6480
6540
6600
6660
6720
6780
6840
6900
6960
7020
7080
7140
7200
7260
7320
7380
7440
7500
7560
7620
7680
7740
7800
7860
7920
7980
8040



aatcccttaa
atcttcttga
gctaccagcg
tggctteage
ccacttcaag
ggctgctgec
ggataaggcg
aacgacctac
cgaagggaga
gagggagctt
ctgacttgag
cagcaacgceg
tcctgegtta
cgctegeege
cccaatacgce
caggtttecce
tcattaggca
gagcggataa
taaccctcac
gatcecggtey
cgeecagtic
ccgaggecge
taggcttttg
ttgacattga
cccatatatg
caacgacccc
gactttccat
tcaagtgtat
ctggcattat
attagtcatc
gcggtttgac
ttggcaccaa
aatgggcggt
agctgctrtt

cgtgagtttt
gatccttttt
gtggtttgtt
agagcgcaga
aactctgtag
agtggcgata
cagcggtcgg
accgaactga
aaggcggaca
ccagggggaa
cgtcgatttt
gcecrttttac
tccectgatt
agccgaacga
aaaccgectce
gactggaaag
cccecaggcett
caatttcaca
taaagggaac
accagcaacc
cgceceattet
cteggectcet
caaaaagctt
ttattgacta
gagttccgeg
cgcccattga
tgacgtcaat
catatgccaa
gcccagtaca
gctattacca
tcacggggat
aatcaacggg
aggcgtgtac
tgcctgtact

cgttccactg
ttctgcgegt
tgcecggatca
taccaaatac
caccgectac
agtcgtgtct
gctgaacggy
gatacctaca
ggtatccggt
acgcctggta
tgtgatgete
ggttectggce
ctgtggataa
ccgagegeag
tcccegegeg
cgggcagtga
tacactttat
caggaaacag
aaaagctgga
atagtcccege
ccgececaty
gagctattcc
cgacggtatc
gttattaata
ttacataact
cgtcaataat
gggtggagta
gtacgceecc
tgaccttatg
tggtgatgeg
ttccaagtcet
actttccaaa
ggaattcgga
gggtctetcet

Sequence-Listing

agcgtcagac
aatctgctgce
agagctacca
tgttcttcta
atacctregcet
taccgggttg
gggttcgtgce
gcgtgageta
aagcggceagg
tctttatagt
gtcagggygy
ctttrgetgg
ccgtattacc
cgagtcagtg
ttggccgatt
gcgcaacgcea
gctteegget
ctatgaccat
gctecaccge
ccctaactece
gctgactaat
agaagtagtg
gattggctca
gtaatcaatt
tacggtaaat
gacgtatgtt
tttacggtaa
tattgacgtc
ggactttcect
gttttggcag
ccaccccatt
atgtcgtaac
gtggcgagec
g

cccgtagaaa
ttgcaaacaa
actctrttttc
gtgtagcegt
ctgctaatcc
gactcaagac
acacagccca
tgagaaagcg
gtcggaacag
cctgtegggt
cggagcctat
ccttttgete
gcctttgagt
agcgaggaag
cattaatgca
attaatgtga
cgtatgttgt
gattacgcca
ggtggcggec
gcecatceeg
tttttttatt
aggaggcettt
tgtccaacat
acggggtcat
ggceccgectg
cccatagtaa
actgcccact
aatgacggta
acttggcagt
tacatcaatg
gacgtcaatg
aactccgecce

ctcagatect
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agatcaaagg
aaaaaccacc
cgaaggtaac
agttaggcca
tgttaccagt
gatagttacc
gcttggageyg
ccacgcttcce
gagagcgceac
ttcgecacct
ggaaaaacgc
acatgttctt
gagctgatac
cggaagagceg
gctggcacga
gttagctcac
gtggaattgt
agctcgaaat
tcgaggtcga
ccecctaacte
tatgcagagg
tttggaggcce
taccgeceatg
tagttcatag
gctgaccgcec
cgccaatagg
tggcagtaca
aatggceege
acatctacgt
ggcgtggata
ggagtttgtt
cattgacgca

gcatataagc

8100
8160
8220
8280
8340
8400
8460
8520
8580
8640
8700
8760
8820
8880
8940
9000
9060
9120
9180
9240
9300
9360
9420
9480
9540
9600
9660
9720
9780
9840
9900
9960
10020
10051



<210>
<211>
<212>
<213>

<220>
<223>

<400>

38
1062
PRT

Artificial Sequence

synthetic

38

Met Leu Leu

1

Ala

Leuy

phe

Lys

TYyr

Ala

Arg

teu

Gly

val

Lys

Trp

GIn

ser

Phe

val

Asp

50

Gly

Tyr

Glin

Ala

phe

130

Gly

Leu

Ile

Tyr

Ser

210

Gly

Leu

Thr

35

Phe

Leu

Ala

Asn

Thr

115

Asn

Gly

Thr

Thr

GlIn

185

ASp

Ser

Leu

Leu

20

Pro

Ser

Glu

Thr

Thr

100

Tyr

Ile

Ser

Gln

Cys

180

Gln

Gly

Ser

val

Ile

Gly

Ala

Trp

Trp

85

val

Phe

Trp

Gly

Ser

165

Thr

Leu

Ser

Ser

Thr

Pro

Gly

Tyr

1le

70

val

Asp

Cys

Gly

l.eu

Glin

Tyr

Gly

Ser

Glin

Ser

Tyr

55

Ala

Asn

l.eu

Ala

Pro

135

Gly

sar

ser

Gly

Thr

215

Ala

Leu

Glu

L‘EU

40

Met

Thr

Gly

Glin

Gly

Gly

val

Ser

Glu

200

Lys

AsSp

Sequence-Listing

L.eu

Gin

25

Thr

Ser

Ile

Arg

Met

105

Asp

Thr

ser

Ser

Ala

185

Ala

Arg

Arg

Leu

10

Leu

Leu

Trp

Tyr

Phe

90

Asn

ser

Leu

Gly

Ala

170

His

Pro

Pro

Cys

val

Ser

val

Pro

75

Thr

Ser

Tyr

val

Lys

Arg

Gly

Glu

Glu

cys

Arg

60

Ser

Ile

Leu

Ala

Thr

140

Gly

Leu

Thr

Tyr

val
220

Tyr Leu Ile
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Leu

ser

Lys

Gln

ser

ser

Thr

Gly

Gly

ASp

Leu

205

pPro

Ile

Pro

Gly

30

Ala

Ala

Gly

Ser

Ala

110

ASp

Ser

Ser

Ser

Thr

190

Met

Asp

Pro

His

15

Gly

Ser

Pro

Lys

Asp

95

Ala

Gly

Ser

Glu

Pro

175

Ile

Glin

Arg

Ser

Pro

Arg

Gly

Gly

Thr

80

Asn

ASp

Ala

Gly

Leu

160

Ala

ASp

val

Phe

val



225

Gln

Gly

Lys

Gly

Ile

305

Glu

His

Arg

Lys

Glu

385

Tyr

Leu

Trp

val

Leu

Ala

Tyr

Tyr

Pro

290

Ser

Asp

AsSn

val

Glu

370

Lys

Thr

Thr

Glu

Leu

450

Lys

Glu

Gly

Asp

val

Arg

Pro

Ala

val

355

Tyr

Thr

Leu

Cys

Ser

435

Asp

Ser

Ala

Lys

Asp

Phe

260

Pro

val

Thr

Glu

LyS

340

Ser

LYyS

ITe

Pro

Leu

420

AsSn

sSer

Arg

L.eu

Met

Glu

245

Gly

Pro

Phe

Pro

val

325

Thr

val

Cys

Ser

Pro

405

val

Gly

ASp

Trp

His

485

Phe

230

Ala

Gly

Cys

Leu

Glu

310

Gln

LyS

Leu

Lys

390

Ser

Lys

Gln

Gly

Gln

470

Asn

Trp

ASp

Gly

Pro

phe

295

val

Phe

Pro

Thr

val

375

Ala

Gln

Gly

Pro

ser

455

Glu

His

val

Tyr

Thr

Pro

280

Pro

Thr

Asn

Arg

val

360

Ser

Lys

Glu

Phe

Glu

440

Phe

Gly

Tyr

Leu

Sequence-Listing

235

Tyr Cys Gly Ala Asp
250

Gln

265

Cys

Pro

Cys

Trp

Glu

345

Leu

AsSn

Gly

Glu

Tyr

425

Asn

Phe

Asn

Thr

Leu

Pro

Lys

val

Tyr

330

Glu

His

Lys

GIn

Met

410

Pro

Asn

Leu

val

GlIn
490

Thr

Ala

Pro

val

315

val

GIn

Gln

Gly

Pro

395

Thr

Ser

Tyr

Tyr

Phe

475

Lys

val

Pro

Lys

300

val

Asp

Phe

Asp

Leu

380

Arg

Lys

Asp

Lys

Ser

460

Ser

Ser

val val val Gly
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Thr

Glu

285

ASp

Asp

Gly

Asn

365

Pro

Glu

Asn

Ile

Thr

445

Arg

Cys

Leu

Gly

Thr

val

val

Ser

350

Leu

Ser

Pro

Gin

Ala

430

Thr

Leu

Ser

Ser

val

Ile

255

Glu

Leu

Leu

Ser

Glu

Thr

Asn

Ser

Gln

val

415

val

Pro

Thr

val

Leu

495

Leu

240

Gly

Ser

Gly

Met

Gln

320

val

Tyr

Gly

Ile

val

400

Ser

Pro

val

Met

480

Ser

Ala



Cys

Arg

Pro

545

Glu

Ala

Leu

Gly

Glu

625

Ser

Gly

Leu

Arg

Arg

Pro

Phe

Ala

Tyr

Gly

val

Glu

ASp

Asn

610

Gly

Glu

Leu

His

Met

Ala

Glu

Lys

rPhe

ser
515
Arg

Gn

Ala

Leu

595

ASp

Leu

Ile

TYyr

Met

675

Ser

Leu

Phe

Phe

Asn

755

Arg

500

Leu

LYS

Thr

Glu

pPro

580

Gly

Pro

TYyr

Gly

Gln

660

Gin

Leu

Leu

Leu

Lys

740

Cys

Gly

Leu

Lys

Thr

Gly

Ala

Arg

Glu

AsSn

Met

645

Gly

Ala

L.eu

Leu

Leu

725

ASp

Thr

AsSp

val

l.eu

Gln

550

Gly

Tyr

Arg

Met

Glu

630

Lys

Leu

Leu

Thr

val

710

ITe

Ser

Ser

Ser

Thr

Leu

535

Glu

Cys

Glin

Glu

Leu

Gly

ser

Pro

cys

695

Thr

Pro

Leu

Ile

Phe

Sequence-Listing

505

val Ala

520

Tyr

Glu

Glu

Gln

Glu

600

Gly

GIn

Glu

Thr

Pro

680

Gly

ser

Arg

Ser

Ser

760

Thr

ITe

ASp

Leu

Gly

Tyr

Lys

LyS

Arg

Ala

665

Arg

Asp

Leuy

Lys

ITe

745

Gly

His

Phe

Phe

Gly

Asp

Pro

ASp

Leu

val

Leu

val

730

Asn

AsSp

Ile

Lys

Cys

555

val

Asn

val

Arg

Arg

Lys

Glu

Glu

ieu

715

Cys

Ala

Leu

Ile

GlIn

540

Ser

LyS

Gin

Leu

Gly

Asp

Gly

Glu

700

Ccys

Asn

Thr

His

Thr Pro Pro
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Phe

525

Pro

Cys

Phe

Leu

Lys

Ala

Lys

Thr

Asn

Glu

Gly

Asn

Ile

765

Leu

510

Trp

Phe

Arg

Ser

Tyr

590

Lys

Asn

Glu

Gly

Tyr

670

Gly

Pro

Leu

Ile

Ile

750

Leuy

Asp

val

Met

Phe

Arg

Asn

Arg

Pro

Ala

His

655

Asp

Glu

Gly

Pro

Gly

Lys

Pro

Pro

LysS

Arg

Pro

560

Ser

Glu

Arg

Tyr

640

ASp

Ala

Gly

Pro

His

720

Ile

His

val



Sequence-Listing
770 775 780

Glu Leu Asp Ile Leu Lys Thr val Lys Glu ITe Thr Gly Phe Leu Leu
785 790 795 800

I1e GIn Ala Trp Pro Glu Asn Arg Thr Asp Leu His Ala Phe Glu Asn
805 810 815

Leu Glu Ile Ile Arg Gly Arg Thr Lys GIn His Gly GIn Phe Ser Leu
820 825 830

Ala val val Ser Leu Asn Ile Thr Ser Leu Gly iLeu Arg Ser Leu Lys
835 840 845

Glu ITe Ser Asp Gly Asp val ITe Ile Ser Gly Asn Lys Asn Leu Cys
850 855 860

Tyr Ala Asn Thr Ile Asn Trp Lys Lys Leu Phe Gly Thr Ser Gly Gln
865 870 875 880

Lys Thr Lys Ile Ile Ser Asn Arg Gly Glu Asn Ser Cys Lys Ala Thr
885 890 895

Gly GIn val Cys His Ala Leu Cys Ser Pro Glu Gly Cys Trp Gly Pro
900 905 910

Glu Pro Arg Asp Cys val Ser Cys Arg Asn val Ser Arg Gly Arg Glu

Cys val Asp LyS Cys Asn Leu Leu Glu Gly Glu Pro Arg Glu Phe val
930 935 940

Glu Asn Ser Glu Cys Ile Gin Cys His Pro Giu Cys Leu Pro Gln Ala
945 950 955 960

Met Asn ITe Thr Cys Thr Gly Arg Gly Pro Asp Asn Cys Ile GIn Cys
965 970 975

Ala His Tyr Ile Asp Gly Pro His Cys val Lys Thr Cys Pro Ala Gly
980 985 990

val Met Gly Glu Asn Asn Thr Leu Vval Trp Lys Tyr Ala Asp Ala Gly
995 1000 1005

His val Cys His Leu Cys His Pro Asn Cys Thr Tyr Gly Cys Thr
1010 1015 1020

Gly pro Gly Leu Glu Gly Cys Pro Thr Asn Gly Pro Lys Ile Pro
1025 1030 1035

ser ITe Ala Thr Giy Met val Gly Ala Leu Leu Leu Leu Leu val
Page 25



1040

val Ala Leu Gly Ile Gly Leu
1060

1055

<210>
<211>
<212>
<213>

<220>
<223>

<400> 39
gttagaccag

39
DNA

tcaataaagc
taactagaga
aacagggact
gctgaagege
actagcggag
attagatcga
acatatagta
aacatcagaa
agaagaactt
agagataaaa
gaaaaaagca
ccctatagtg
aaatgcatgg
ttcagcatta
gggacatcaa
agagaagagt
tcttgggage
gacaattatt
aacagcatct
ctgtggaaag
tcatttgeac
aagaaaaggg
agacatacaa
ttacagggac

aggegtttityg

9721

Synthetic

atctgagcct
ttgccttgag
teecctcagac
tgaaagcgaa
gcacggcaag
gctagaagga
tgggaaaaaa
tgggcaagca
ggctgtagac
agatcattat
gacaccaagg
cagcaagcag
cagaacatcc
gtaaaagtag
‘tcagaaggag
gcagccatgc
ggtgcagaga
agcaggaagc
gtctggtata
gttgcaactc
atacctaaag
cactgetgtg
gggattgggg
actaaagaat
agcagagatc

cgctgetteg

1045

Artificial Segquence

gggagctctc
tgcttcaagt
ccttttagte
agggaaacca
aggcgagggg
gagagatggg
ttcggttaag
gggagctaga
aaatactggg
ataatacagt
aagctttaga
cagctgacac
aggggcaaat
tagaagagaa
ccaccccaca
aaatgttaaa
gaaaaaagag
actatgggcg
gtgcagcagce
acagtctggg
gatcaacagc
ccttggatct
ggtacagtgce
tacaaaaaca

cagtttgggyg
cgaggatctg

Phe Met

tggctaacta
agtgtgtgcc
agtgtggaaa
gaggagctct
cggcgactgg
tgcgagageg
gccaggggga
acgattcgeca
acagctacaa
agcaaccctc
caagatagag
aggacacagc
ggtacatcag
ggctttcage
agatttaaac
agagaccatc
cagtgggaat
cagcgtcaat
agaacaattt
gcatcaagca
tcctggggat
acaaatggca
aggggaaaga
aattacaaaa
atcaattgca

cgatcgetec

Sequence-Listing

1050

gggaacccac
cgtctgttgt
atctctagea
ctcgacgcag
tgagtacgcec
tcagtattaa
aagaaaaaat
gttaatcctg
ccatcectte
tattgtgtgc
gaagagcaaa
aatcaggtca
gccatatcac
ccagaagtga
accatgctaa
aatgaggaag
aggagctttg
gacgctgacg
gctgaggoct
gctccaggea
ttggggtige
gtattcatcc
atagtagaca
attcaaaatt
tgaagaatct

ggtgccecgtc
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tgcttaagec
gtgactctgg
gtggcgeceg
gactcggcett
daaaattttg
gcgggggaga
ataaattaaa
gcctgttaga
agacaggatc
atcaaaggat
acaaaagtaa
gccaaaatta
ctagaacttt
tacccatgtt
acacagtggg
ctgcaggcaa
ttccttgggt
gtacaggceca
attgaggcege
agaatcctgg
tctggaaaac
acaattttaa
taatagcaac
ttcgggttta
gcttragggtt
agtgggcaga

60
120
180
240
300
360
420
480
540
600
660
720
780
840
900
960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560



gcgcacatcg
ctagagaagyg
tceccgagggt
caacgggttt
cgeeegeege
cgcctgtggt
accgggectt
ttgectgacce
cagatccaag
gctggtgaca
ggaacagctc
ctgcaaggce
tggcaaggga
cacctggytg
gcagatgaac
cgccgacgac
€ggcggagge
ccagagccecc
cagcgeccecac
atacctgaty
gttcagcgga
tgacgaggcc
cacccagcty
ccagectege
ccaggtgtcce
ggagagcaac
cggcagcttc
cgtctttage
gagcctgtcec
ctacagcctg
actcctgtat
tggctgtage
cagcagaagc

gaacctgggce

cccacagtcce
tggcgcggag
gggggagaac
gccgecagaa
cctacctgag
gcctectgaa
tgtcecggege
ctgcttgetc
ctgtgaccgg
agcctgctge
gtcgaaageyg
agcggettcg
ctggaatgga
aacggacggt
agcctgacag
ggcgeectgt
ggatctggtg
tctgtgtctg
aagaccgaca
caggtgcaga
tctagetctg
gattactact
accgtgaccg
gagccceagg
ctgacctgec
ggccagectg
ttcctgtaca
tgcagcegtga
ctgggcaaga
ctggtgacag
atattcaaac
tgccgatttc
gccgacgecce

agaagggaayg

ccgagaagtt
taaactggga
cgtatataag
cacagctgaa
gccgecatcee
ctgegtecge
tcccttggag
aactctacgt
cgcctacggce
tgtgcgaget
gcggcagact
acttcagcgce
tcgccaccat
tcaccatctc
ccgecgacceg
tcaacatctg
gcggaggaag
ctgcecectgygg
ccatcgactg
gcgacggcag
gcgecgaccg
gtggcgecga
gcgagtctaa
tgtacaccct
tggtgaaggg
agaacaacta
gceggetgac
tgcacgaggce
tgttctgogt
tggcctteat
aaccatttat
cagaagaaga
ctgcctacca

agtacgacgt

Sequence-Listing

9999992999
aagtgatgtc
tgcagtagtc
gcttcgaggg
acgeeggttyg
cgtctaggta
cctacctaga
ctttgtttcg
tagcgaattce
gceecaccecce
ggtgacacct
ctactacatg
ctaccccage
cagcgacaac
ggccacctac
gggccctgge
tggcggegga
aagccetgec
gtatcagcag
ctacaccaag
ctacctgatce
ctacatcggc
gtacggaccy
gceteectee
cttctaccce
caagaccacc
cgtggacaag
cctgcacaac
gctggtggtg
catcttttgg
gagaccagta
agaaggagga
gcagggccag
cctggataag

gtcggcaatt
gtgtactggc
gccgtgaacyg
gctegeatct
agtcgegttc
agtttaaagc
ctcageegge
ttttctgtte
ctcgaggeca
gcctttetge
ggcggcagece
agctgggtcc
agcggcaaga
gcccagaaca
ttttgcgeca
accctggtga
ggatctgagc
aagatcacct
ctgcagggceg
aggccaggceg
atccccageg
ggctacgtgt
ccetgeeccec
caggaagaga
agcgacatcyg
cctececgtge
ageeggtgge
cactacaccc
gtgggcgggg

gtgaaacggg
caaactactc

tgtgaactgce
aatcagctgt

cggagaggcc
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gaaccggtge
tcecgectttt
ttcttttteg
ctccttcacg
tgeegectee
tcaggtcgag
tctcecacgcet
tgegeegtta
ccatgctgcet
tgatcccececa
tgaccctgag

gccaggeccec

cctactacge -

ccgtggacct
gagacagcta
caatctctag
tggtgctgac
gtaccctgag
aggccceccag
tgcecegaccg
tgcaggccga
tcggeggagg
cttgcecctgg
tgaccaagaa
ccgtggagtg
tggacagcga
aggaaggcaa
agaagagcct
tgctggectyg
gcagaaagaa
aagaggaaga
gggtgaagtt
acaacgagcet

gggaccctga

1620
1680
1740
1800
1860
1920
1980
2040
2100
2160
2220
2280
2340
2400
2460
2520
2580
2640
2700
2760
2820
2880
2940
3000
3060
3120
3180
3240
3300
3360
3420
3480
3540
3600



gatgggcgge
agacaagatg
gggccacgac
gcacatgcag
aacatgcggt
tctgetcetgt
aataggtatt
caaaaactygc
ctccttcaca
ggaaatcaca
ctttgagaac
agtcgtcage
agatgtgata
actgtttggg
caaggccaca
gcccagggac
caaccticty
cceagagtge
tatccagtgt
catgggagaa
gtgccatcca
tgggcctaag
ggtggccctyg
ttcgatatca
ggtattctta
tatcatgcta
ctgtctcttt
tttgctgacyg
actttcgett
tgctggacag
tcgtecttte
tgctacgtec
ctgcggectc

gccteeccege

aagcctegge
gccgaggect
ggcctgtate
gcecetgeccee
gacgtggagg
gagttaccac
ggtgaattta
accteccatea
catactcctc
gggtttttge
ctagaaatca
ctgaacataa
atttcaggaa
acctcecggtc
ggccaggtcet
tgcgtctett
gagggtgagc
ctgcetcagg
gcccactaca
aacaacaccc
aactgcacct
atcccgtcca
gggatcggec
agcttatcga
actatgttgc
ttgetteceg
atgaggagtt
caacccceac
tceeectecce
gggctcgget
cttggctget
ctteggeect
ttcegegtct

atcgataccg

ggaagaaccc
acagcgagat
agggcctgtc
caaggctcga
agaatcccgg
acccagcatt
aagactcact
gtggcgatct
ctctggatcc
tgattcaggce
tacgcggcag
catccttggg
acaaaaattt
agaaaaccaa
gccatgectt
gccggaatgt
caagggagtt
ccatgaacat
ttgacggcecec
tggtctggaa
acggatgceac
tcgccactag
tcttcatgty
taatcaacct
tccttttacy
tatggctttc
gtggccegtt
tggttgggge
tattgccacg
gttgggcact
cgcctgtgtt
caatccageg
tcgecticge

tcgactagcc

Sequence-Listing

ccaggaaggc
cggcatgaag
caccgccacc
gggcggcgga
ccctaggatg
cctectgate
ctccataaat
ccacatcctg
acaggaactg
ttggcctgaa
gaccaagcaa
attacgctcec
gtgctatgca
aattataagc
gtgctececc
cagccgaggc
tgtggagaac
cacctgcaca
ccactgegtc
gtacgcagac
tgggccaggt
gatggtgggg
agcggeeget
ctggattaca
ctatgtggat
attttctect
gtcaggcaac
attgccacca
gcggaactca
gacaattccg
gccacctgga
gaccttectt
cctcagacga

gtacctttaa

ctgtataacg
ggcgagcgga
aaggatacct
gagggcagag
cttctcetgg
ccacgcaaag
gctacgaata
ccggtggeat
gatattctga
aacaggacgg
catggtcagt
ctcaaggaga
aatacaataa
aacagaggtg
gagggctgcet
agggaatgcg
tctgagtgea
ggacggggac
aagacctgcec
gccggecatg
cttgaaggct
gcecctectet
ctagaccegg
aaatttgtga
acgctgcttt
ccttgtataa
gtggcgtggt
cctgtcaget
tcgecgecty
tggtgttgtc
ttctgcgegg
ccecgeggect
gtcggatctce

gaccaatgac
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aactgcagaa
ggcggggcaa
acgacgcecct
gaagtcttct
tgacaagcect
tgtgtaacgg
ttaaacactt
ttaggggtga
aaaccgtaaa
acctccatge
tttectettge
taagtgatgg
actggaaaaa
aaaacagctg
ggggcceegga
tggacaagtg
tacagtgcca
cagacaactg
cggcaggagt
tgtgccacct
gtccaacgaa
tgctgetggt
gctgcaggaa
aagattgact
aatgcctttg
atcctggtty
gtgcactgtg
cctttecggg
ccttgeecge
ggggaaatca
gacgtecctte
gctgeeggcet
cctttgggece

ttacaaggca

3660
3720
3780
3840
3900
3960
4020
4080
4140
4200
4260
4320
4380
4440
4500
4560
4620
4680
4740
4800
4860
4920
4380
5040
5100
5160
5220
5280
5340
5400
5460
5520
5580
5640



gctgtagatc
caaagaagac
gcetgggage
tgagtgcttc
agaccctttt
cgtcgacctce
cactggccgt
gcecttgeage
gceccttecca
gttaaaattc
cggcaaaatc
ttggaacaag
ctatcagggce
gtgccgtaaa
aaagccggeg
gctggcaagt
gctacagggce
atttttctaa
tcaataatat
cttttttgeg
agatgctgaa
taagatcctt
tctgctatgt
catacactat
ggatggcatg
ggccaactta
catgggggat
aaacgacgag
aactggcgaa
taaagttgca
atctggagec
gcectecegt
tagacagatc

ttactcatat

ttagccactt
aagatctgct
tctetggeta
aagtagtgtd
agtcagtgtg
9agg999g99gc
cgttttacaa
acatccccct
acagttgege
gcgttaaatt
ccttataaat
agtccactat
gatggcccac
gcactaaatc
aacgtggcega
gtagcggtca
gcgtcaggtg
atacattcaa
tgaaaaagga
gcattttgec
gatcagttgyg
gagagttttc
ggcgcggtat
tctcagaatyg
acagtaagag
cttctgacaa
catgtaactc
cgtgacacca
ctacttactc
ggaccacttc
ggtgagcgtyg
atcgtagtta
gctgagatag

atactttaga

tttaaaagaa
ttttgcctgt
actagggaac
tgccegtctg
gaaaatctct
ccggtaccca
cgtcgtgact
ttcgecaget
agcctgaatg
tttgttaaat
caaaagaata
taaagaacgt
tacgtgaacc
ggaaccctaa
gaaaggaagg
cgetgegegt
gcacttttcy
atatgtatcc
agagtatgag
ttcctgtttt
gtgcacgagt
gcceccgaaga
tatcccgtat
acttggttga
aattatgcag
cgatcggagyg
gccttgateg
cgatgcctgt
tagcttecccg
tgcgetegge
ggtctcgegg
tctacacgac
gtgcctcact

ttgatttaaa

Sequence-Listing

aaggggggac
actgggtctc

ccactgctta
ttgtgtgact
agcagaattc
attcgeecta
gggaaaaccc
ggcgtaatag
gcgaatggaa
cagctcattt
gaccgagata
ggactccaac
atcaccctaa
agggageccc
gaagaaagcg
aaccaccaca
gggaaatgtg
gctcatgaga
tattcaacat
tgctcaccca
gggttacatc
acgttttcca
tgacgceggy
gtactcacca
tgctgccata
accgaaggag
ttgggaaccy
agcaatggca
gcaacaatta
cectteegget
tatcattgca
ggggagtcag
gattaagcat

acttcatttt

tggaagggct
tctggttaga
agcctcaata
ctggtaacta
gatatcaagc
tagtgagtcg
tggcgttacc
cgaagaggcc
attgtaagcg
tttaaccaat
gggttgagtg
gtcaaagggc
tcaagttttt
cgatttagag
aaaggagcgg
ccecgeegege
cgcggaacce
caataaccct
ttcecgtgteg
gaaacgctgg
gaactggatc
atgatgagca
caagagcaac
gtcacagaaa
accatgagtg
ctaaccgctt
gagctgaatg
acaacgttgc
atagactgga
ggctggtrtita
gcactggggc
gcaactatgg
tggtaactgt

taatttaaaa
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aattcactcc
ccagatctoa
aagcttgect
gagatccctc
ttatcgatac
tattacaatt
caacttaatc
cgcaccgatc
ttaatatttt
aggccgaaat
ttgttccagt
gaaaaaccgt
tggggtcgag
cttgacyyegy
gcgetagggc
ttaatgcgec
ctatttgttt
gataaatgct
cccttattcec
tgaaagtaaa
tcaacagcegg
cttttaaagt
tcggtcgecyg
agcatcttac
ataacactgc
ttttgcacaa
aagccatacc
gcaaactatt
tggaggcgga
ttgctgataa
cagatggtaa
atgaacgaaa
cagaccaagt

ggatctaggt

5700
5760
5820
5880
5940
6000
6060
6120
6180
6240
6300
6360
6420
6480
6540
6600
6660
6720
6780
6840
6900
6960
7020
7080
7140
7200
7260
7320
7380
7440
7500
7560
7620
7680



gaagatcctt
agcgtcagac
aatctgctgce
agagctacca
tgttcttcta
atacctcget
taccgggttg
gggttcgtgce
gcgtgagcta
aagcggcagg
tctttatagt
gtcagggggy
cttttgctgg
ccgtattacc
cgagtcagtyg
ttggccgatt
gcgcaacgcea
gcttcecgget
ctatgaccat
gctecaccgce
ccctaactec
gctgactaat
agaagtagtg
gattggctca
gtaatcaatt
tacggtaaat
gacgtatgtt
tttacggtaa
tattgacgtc
ggactttecct
gttttggcag
ccaccceatt

atgtcgtaac

gtggcgagcec

tttgataatc
cccgtagaaa
ttgcaaacaa
actcetttite
gtgtagccegt
ctgctaatcc
gactcaagac
acacagccca
tgagaaagcg
gtcggaacag
cctgteggat
cggagcctat
cctrttgete
gcctttgagt
agcgaggaag
cattaatgca
attaatgtga
cgtatgttgt
gattacgeca
ggtggcggece
gccecateecy
ttrttttatt
aggaggcttt
tgtccaacat
acggggteat
ggceegectg
cccatagtaa
actgccecact
aatgacggta
acttggcagt
tacatcaatyg
gacgtcaatg
aactccgeec

ctcagatect

tcatgaccaa
agatcaaagg
aaaaaccacc
cgaaggtaac
agttaggcca
tgttaccagt
gatagttacc
gcttggagey
ccacgcettec
gagagcgceac
ttcgecacct
ggaaaaacgc
acatgttctt
gagctgatac
cggaagagceg
gctggcacga
gttagctceac
gtggaattgt
agctcgaaat
tcgaggtcga
cccetaactc
tatgcagagg
tttggaggec
taccgecaty
tagttcatag
gctgaccgec
cgccaatagg
tggcagtaca
aatggcccgce
acatctacgt
ggcgtggata
ggagtttgtt
cattgacgca

gcatataagc

Sequence-Listing

aatcccttaa
atcttcttga
gctaccageg
tggcttcage
ccacttcaag
ggctgetgec
ggataaggcg
aacgacctac
cgaagggaga
gagggagctt
ctgacttgag
cagcaacgcg
tcctgegtta
cgctcgecge
cccaatacgce
caggtttccc
tcattaggca
gagcggataa
taacccteac
gatccggteg
cgcccagttc
ccgaggecege
taggcttttg
ttgacattga
cccatatatg
caacgaccec
gactttccat
tcaagtgtat
ctggcattat
attagtcatc
gcggtitgac
ttggcaccaa

aatgggcggt
agctgetttt

cgtgagtttt
gatccttttt
gtggtttgtt
agagcgcaga
aactctgtag
agtggcgata
cagecggtegg
accgaactga
aaggcggaca
ccagggggaa
cgtcgatttt
gcetttttac
tccectgatt
agccgaacga
aaaccgcctc
gactggaaag
ccececaggett
caatttcaca
taaagggaac
accagcaacc
cgceccattcet
ctecggectet
caaaaagctt
ttattgacta
gagttccgeg
cgceccattga
tgacgtcaat
catatgccaa
gcccagtaca
gctattacca
tcacggggat
aatcaacggg
aggcgtgtac
tgcctgtact
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cgttccactg
ttctgegegt
tgccggatca
taccaaatac
caccgectac
agtcgtgtct
gctgaacggg
gatacctaca
ggtatccggt
acgcctggta
tgtgatgctc
ggttcctgge
ctgtggataa
ccgagegeag
tceeegegeyg
cgggcagtga
tacactttat
caggaaacag
aaaagctgga
atagtcccge
ccgeeecatyg
gagctattcc
cgacggtatc
gttattaata
ttacataact
cgtcaataat
gggtggagta
gtacgceeec
tgaccttatg
tggtgatgcg
ttccaagtct
actttccaaa
ggaattcgga
gggtctectct

7740
7800
7860
7920
7980
8040
8100
8160
8220
8280
8340
8400
8460
8520
8580
8640
8700
8760
8820
8880
8940
9000
9060
9120
9180
9240
9300
9360
9420
9480
9540
9600
9660
9720



<210>
<211>
<212>
<213>

<220>
<223>

<400>

40
952
PRT

Artificial Sequence

synthetic

40

Met Leu Leu
1

Ala

Leu

Phe

Lys

TYy"r

Ala

Arg

Leu

Lys

Trp

Gln

Phe

val

ASp

50

Gly

Tyr

Gln

Ala

phe

130

Gly

Leu

Ite

Tyr

Ser
210

Leu
Thr
35

Phe

Leu

Asn

Thr

115

Asn

Gly

Thr

Thr

Gln

195

Asp

Leu

Leu

20

Pro

Ser

Glu

Thr

Thr

100

Tyr

Ile

Ser

GIn

cys

Gin

Gly

val

Ile

Gly

Ala

Trp

Trp

85

val

Phe

Irp

Gly

ser

165

Thr

Leu

Ser

Thr

Pro

Gly

Tyr

Ile

70

val

ASp

Cys

Gly

Leu

Glin

Tyr

Ser

GIn

Ser

Tyr

55

Ala

ASn

l.eu

Ala

Pro

135

Gly

Ser

Ser

Gly

Thr
215

Leu

Glu

lLeu

40

Met

Thr

Gly

Gln

Gly

Gly

val

Ser

Glu

200

Lys

Sequence-Listing

Leu
Gln
25

Thr

Ser

Arg
Met
105
Asp
Thr
Ser
Ser
Ala
185

Ala

Arg

Leu

10

Leu

Leu

Trp

Tyr

Phe

90

Asn

Ser

Leu

Gly

Ala

170

His

Pro

Pro

Cys

val

ser

val

Pro

75

Thr

Ser

Tyr

val

Lys

Arg

Gly

Glu

Glu

Cys

Arg

60

Ser

Ile

Leu

Ala

Thr

140

Gly

Leu

Thr

Tyr

val
220
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Leu

Ser

Lys

GIn

Ser

Ser

Thr

Gly

Gly

Asp

Leu

205

Pro

Pro

Gly

30

Ala

Ala

Gly

Ser

Ala

110

Asp

Ser

Ser

ser

Thr

190

Met

Asp

His

15

Gly

Ser

Pro

Lys

Asp

95

Ala

Gly

Ser

Glu

Pro

175

Ile

Gln

Arg

Pro

Arg

Gly

Gly

Thr

80

Asn

Asp

Gly

Leu

160

Asp

val

Phe

9721



ser
225

Gin

Lys

Gln

val

305

val

Pro

Thr

val

Leu

385

Leu

val

Met

Phe

Gly

Ala

Tyr

Tyr

val

290

Ser

Glu

Pro

val

Met

370

ser

Ala

Lys

Arg

Pro

450

Ser

Glu

Ser

Asp

val

Gly

Tyr

Leu

Trp

val

AsSp

355

His

Leu

Cys

Arg

Pro

435

Glu

Ala

Leu

Ser

ASp

Phe

260

Pro

Thr

Thr

Glu

Leu

340

LyS

Glu

Gly

Tyr

Glu

ASp

AsSn

Ser

Glu

245

Gly

Pro

Leu

Cys

Ser

325

Asp

Ser

Ala

Lys

Ser

405

Arg

Gln

Glu

Ala

Leu
485

Gly

Ala

Gly

Cys

Pro

tLeu

310

Asn

Ser

Arg

Leu

Met

390

Leu

Lys

Thy

Glu

Pro

470

Gly

Ala
Asp
Gly
Pro
Pro
295
val
Gly
Asp
Trp
His
375
Phe
L.eu

Lys

Thr

Arg

Asp

Tyr

Thr

Pro

280

Ser

Lys

GIn

Gly

GIn

360

ASn

Trp

val

Leu

GIn

440

Gly

Tyr

Arg

Sequence-Listing

Arg Tyr Leu Ile Ile
235

Tyr

Gln

265

Cys

GlIn

Gly

Pro

Ser

345

Glu

His

val

Thr

Leu

425

Glu

Cys

Gin

Glu

Cys

250

Leu

Pro

Glu

rhe

Glu

330

Phe

Gly

Tyr

Leu

val

410

Tyr

Glu

Glu

Gin

Glu
490

Gly

Thr

Gly

Glu

Tyr

315

Asn

Phe

Asn

Thr

val

395

Ala

Ile

ASp

Ley

Gly

475

Tyr

Ala

val

Gln

Met

300

Pro

AsSn

Leu

val

Gin

380

val

Phe

Phe

Gly

Asp
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Asp

Thr

Pro

285

Thr

Ser

Tyr

Tyr

Phe

365

Lys

val

Ite

Lys

Cys

445

val

Asn

val

Pro

Tyr

Gly

Arg

Lys

Asp

Lys

ser

350

Ser

ser

Gly

Ile

Gin

430

ser

Lys

GIn

Leu

Ser

Glu

Asn

Ile

Thr

335

Arg

Cys

Leu

Gly

Phe

415

Pro

Cys

Phe

Leu

val

240

Gly

Ser

Pro

GIn

Ala

320

Thr

Leu

Ser

ser

val

400

Trp

Phe

Arg

Ser

Tyr

480

Lys



Arg

Pro

Ala

His

545

AsSp

Glu

Gly

Pro

Pro

Pro

Leu

Glu

705

Ser

Leu

Leu

Arg

Gin

Tyr

530

ASp

Ala

Gly

Pro

His

610

Ile

His

val

Gln

Leu

690

Asn

Leu

Lys

Cys

Gly

Glu

515

Ser

Gly

Leu

Arg

Arg

Pro

Gly

Phe

Ala

Glu

675

Ile

Leu

Ala

Glu

Tyr

Glu

Leu

His

Ala

Glu

Lys

Phe

660

Leu

Gin

Glu

val

Ile

740

Ala

Asp

Leu

Ile

Tyr

Met

565

Ser

Leu

Phe

phe

Ash

645

Arg

ASp

Ala

Ile

val

725

Ser

Ash

Pro

Tyr

Gly

Leu

Leu

Leu

LyS

cys

Gly

Ile

Trp

Ile

710

Ser

Asp

Thr

Glu

Asn

Met

535

Gly

Ala

L.eu

leu

Leu

615

ASp

Thr

Asp

Leu

Pro

695

Arg

Leu

Gly

Ile

Met

Glu

520

Lys

Leu

Leu

Thr

val

600

Ile

Ser

ser

Ser

Lys

680

Glu

Gly

Asn

ASp

Asn
760

Sequence-Listing

Gly Gly Lys Pro Arg
505

Leu

Gly

Ser

Pro

Ccys

585

Thr

Pro

Leu

Ile

Phe

665

Thr

Asn

Arg

Ile

val

745

Trp

Gln

Glu

Thr

Pro

570

Gly

Ser

Arg

Ser

Ser

650

Thr

val

Arg

Thr

Thr

730

ile

Lys

Arg

Ala

555

Arg

Asp

Leu

Lys

Ile

635

Gly

His

Lys

Thr

Lys

Ser

Ile

Asp

Arg

540

Thr

Leu

val

Leu

val

620

Asn

Asp

Thr

Glu

700

Gin

Leu

Ser

Lys Lys Leu
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Lys

525

Arg

Lys

Glu

Glu

l.eu

605

Cys

Ala

teu

Pro

Tle

685

Leu

His

Gly

Gly

Phe
765

Gly

Asp

Gly

Glu

590

Ccys

Asn

Thr

His

Pro

670

Thr

His

Gly

Leu

Asn

750

Gly

Lys

Ala

Lys

Thr

Gly

Asn

Glu

Gly

Asn

ITe

655

Leu

Gly

Ala

GlIn

Arg

Lys

Thr

Asn

Glu

Gly

Tyr

560

Gly

Pro

Leu

Ile

Ile

640

Leu

Asp

Phe

pPhe

Phe

720

ser

Asn

Ser



Sequence-Listing
Gly Gln Lys Thr Lys Ile Ile Ser Asn Arg Gly Glu Asn Ser Cys Lys
770 775 780

Ala Thr Gly Gln val Cys His Ala Leu Cys Ser Pro Glu Gly Cys Trp
785 790 795 800

Gly Pro Glu Pro Arg Asp Cys val Ser Cys Arg Asn val Ser Arg Gly
805 810 815

Arg Glu Cys val Asp Lys Cys Asn Leu Leu Glu Gly Glu Pro Arg Glu
820 825 830

Phe val Glu Asn Ser Glu Cys Ile Glin Cys His Pro Glu Cys Leu Pro
835 840 845

Gin Ala Met Asn Ile Thr Cys Thr Gly Arg Gly Pro Asp Asn Cys Ile
850 855 860

Gln Cys Ala His Tyr Ile Asp Gly Pro His Cys val Lys Thr Cys Pro
865 870 875 880

Ala Gly val Met Gly Glu Asn Asn Thr Leu val Trp Lys Tyr Ala Asp
885 890 895

Ala Gly His val Cys His Leu Cys His Pro Asn Cys Thr Tyr Gly Cys
900 905 910

Thr Gly Pro Gly Leu Glu Gly Cys Pro Thr Asn Gly Pro Lys Ile Pro
915 920 925

ser Ile Ala Thr Gly Met val Gly Ala Leu Leu Leu Leu Leu val val
930 935 940

Ala Leu Gly Ile Gly Leu Phe Met
945 950

<210> 41

<211> 9400

<212> DNA

<213> Artcificial Sequence

<220>
<223> Synthetic

<400> 41
gttagaccag atctgagcct gggagctcte tggctaacta gggaacccac tgcttaagcec 60

tcaataaagc ttgccttgag tgcttcaagt agtgtgtgece cgtctgttgt gtgactctgg 120

taactagaga tccctcagac ccttttagtc agtgtggaaa atctctagca gtggegeccg 180

aacagggact tgaaagcgaa agggaaacca gaggagcrct ctcgacgcag gactcggett 240

gctgaagcge gcacggcaag aggcgagggg cggcgactgg tgagtacgec aaaaattttg 300
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actagcggag
attagatcga
acatatagta
aacatcagaa
agaagaactt
agagataaaa
gaaaaaagca
ccctatagtg
aaatrgcatgg
ttcagcatta
gggacatcaa
agagaagagt
tcttgggagce
gacaattatt
aacagcatct
ctgtggaaag
tcatttgcac
aagaaaaggg
agacatacaa
ttacagggac
aggcegttttg
gcgcacatcg
ctagagaagg
tcececgagggt
caacgggttt
cgeceegeege
cgeetgtggt
accgggectt
ttgcetgacc
cagatccaag
gctggtrgaca
ggaacagctc

ctgcaaggcc

tggcaaggga

gctagaagga
tgggaaaaaa
tgggcaagca
ggctgtagac
agatcattat
gacaccaagg
cagcaagcag
cagaacatcc
gtaaaagtag
tcagaaggag
gcagceatge
ggtgcagaga
agcaggaage
gtctggtata
gttgcaactc
atacctaaag
cactgctgtg
gggattyggyg
actaaagaat
agcagagatc
cgctgcetteyg
cccacagtcec
tggcgegggy
gggggagaac
gccgecagaa
cctacctgag
gcctectgaa
tgtcecggege
ctgcttgete
ctgtgaccgg
agcctgetge
gtcgaaagcg
agcggetteg
ctggaatgga

gagagatggg
ttcggttaag
gggagctaga
aaatactggg
ataatacagt
aagctttaga
cagctgacac
aggggcaaat
tagaagagaa
ccaccccaca
aaatgttaaa
gaaaaaagag
actatgggcyg
gtgcagcagc
acagtctggg
gatcaacagc
ccttggatct
ggtacagtgc
tacaaaaaca
cagtttgggg
cgaggatctyg
ccgagaagtt
taaactggga
cgtatataag
cacagctgaa
gccgecatcec
ctgcegtecge
tcccttggag
aactctacgt
cgcctacgge
tgtgcgaget
gcggcagact
acttcagcgce

tcgecaccat

Sequence-Listing

tgcgagageg
gccaggggga
acgattcgca
acagctacaa
agcaaccctce
caagatagag
aggacacagc
ggtacatcag
ggctttcagc
agatttaaac
agagaccatc
cagtgggaat
cagcgtcaat
agaacaattt
gcatcaagca
tcctggggat
acaaatggca
aggggaaaga
aattacaaaa
atcaattgca
cgatcgctec
9g999g99aggg
aagtgatgtc
tgcagtagtc
gcttcgaggg
acgceeggttyg
cgtctaggta
cctacctaga
ctttgtttcg
tagcgaattc
gccecaccece
ggtgacacct
ctactacatg

ctaccceage

tcagtattaa
aagaaaaaat
gttaatcctg
ccatccctte
tattgtgtgc
gaagagcaaa
aatcaggtca
gccatatcac
ccagaagtga
accatgctaa
aatgaggaag
aggagctttg
gacgctgacg
gctgagggcet
gctccaggea
ttggggttge
gtattcatcc
atagtagaca
attcaaaatt
tgaagaatct
ggtgeeegtc
gtcggcaatt
gtgtactggce
gccgtgaacy
gctegcatct
agtcgcgtic
agtttaaagc

ctcagecgge

ttttctgttc

ctcgaggeca
gcectttectge
ggcggcagec
agctgggtcc

agcggcaaga
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gcgggggaga
ataaattaaa
gcctgttaga
agacaggatc
atcaaaggat
acaaaagtaa
gccaaaatta
ctagaacttt
tacccatgtt
acacagtggg
ctgcaggcaa
trecttgygt
gtacaggcca
attgaggcge
agaatcctgg
tctggaaaac
acaattttaa
taatagcaac
ttcgggtita
gcttagggtt
agtgggcaga
gaaccggtgce
tcegeetttt
ttetttttcg
ctecttcacy
tgccgectec
tcaggtcgag
tctccacget
tgcgeegtta
ccatgectgct
tgatccccecea
tgaccctgag
gccaggeece

cctactacgce

360
420
480
540
600
660
720
780
840
900
960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680

1740

1800

1860

1920

1980

2040

2100

2160

2220

2280

2340



cacctgggtg
gcagatgaac
cgccgacgac
cggcggaggce
ccagagccecce
cagcgeecac
atacctgatg
gttcagcgga
tgacgaggcc
cacccagcetyg
gttctgggty
ggcectteate
accatttatg
agaagaagaa
tgcctaccag
gtacgacgtc
gaagaacccc
cagcgagatc
gggcctgtec
aaggctcgag
gaatccegge
cccagcattc
agactcactc
tggcgatctce
tctggatcca
gattcaggct
acgcggeagy
atccttggga
Caaaaatttyg
gaaaaccaaa
ccatgecttyg
ccggaatgtc
aagggagttt

catgaacatc

aacggacggt
agcctgacag
ggcgeectgt
ggatctogty
tctgtgtctg
aagaccgaca
caggtgcaga
tctagctcty
gattactact
accgtgaccg
ctggtggtgg
atcttttggg
agaccagtac
gaaggaggat
cagggccaga
ctggataagc
caggaaggcc
ggcatgaagg
accgccacca
ggcggcggag
cctaggatge
ctcctgatec
tccataaatg
cacatcctge
caggaactgg
tggcctgaaa
accaagcaac
ttacgcteee
tgctatgcaa
attataagca
tgcteccecy
agccgaggea
gtggagaact

acctgcacag

tcaccatctc
ccgecgacceyg
tcaacatctyg
gcggaggaag
ctgccctggg
ccatcgactg
gcgacggceag
gcgecegaccey
gtggcgceega
gcgagtctaa
tgggcggggt
tgaaacggyg

aaactactca
gtgaactgcg
atcagctgta
ggagaggcceg
tgtataacga
gcgagceggag
aggataccta
agggcagagy
ttctcctggt
cacgcaaagt
ctacgaatat
cggtggcatt
atattctgaa
acaggacgga
atggtcagtt
tcaaggagat
atacaataaa
acagaggtga
agggetgetyg
gggaatgcgt
ctgagtgcat

gacggggacc

Sequence-Listing

cagcgacaac
ggccacctac
gggcectgge
tggcggegga
aagccctgee
gtatcagcag
ctacaccaag
ctacctgatc
ctacatcggc
gtacggaccy
gctggectge
cagaaagaaa
agaggaagat
ggtgaagttc
caacgagctg
ggaccctgag
actgcagaaa
gcggggcaag
cgacgeectyg
aagtcttcta
gacaagcctt
gtgtaacgga
taaacacttc
taggggtgac
aaccgtaaag
cctcecatgee
ttctcttgea
aagtgatgga
ctggaaaaaa
aaacagctgc
gggceceeggag
ggacaagtgc
acagtgccac

agacaactgt

gcccagaaca
ttttgegeca
accctggtga
ggatctgagce
aagatcacct
ctgcaggygcg
aggccagagceg
atccccageg
ggctacgtgt
cecetgeeecce
tacagecctge
ctcectgtata
ggctgtagct
agcagaagcg
aacctgggca
atgggcggca
gacaagatgg
ggccacgacg
cacatgcagg
acatgcggty
ctgctetgtg
ataggtattg
aaaaactgca
tcettcacac
gaaatcacag
tttgagaacc
gtcgtcagec
gatgtgataa
ctgtttggga
aaggccacag
cccagggact
aaccttctgg
ccagagtgcc

atccagtgtg

Page 36

ccgtggacct
gagacagcta
caatctctag
tggtgctgac
gtaccctgag
aggecccecag
tgcecegaccy
tgcaggcega
tcggcggagy
cttgccctat
tggtgacagt
tattcaaaca
gccgatttec
ccgacgeecce
gaagggaaga
agceteggcg
ccgaggcecta
gcctgtatcea
ceetgececcec
acgtggagga
agttaccaca
gtgaatttaa
cctccatcag
atactcctcec
ggtttttgct
tagaaatcat
tgaacataac
tttcaggaaa
cctccggtca
gccaggtety
gcgictettg
agggtgagec
tgcetcagge

cccactacat

2400
2460
2520
2580
2640
2700
2760
2820
2880
2940
3000
3060
3120
3180
3240
3300
3360
3420
3480
3540
3600
3660
3720
3780
3840
3900
3960
4020
4080
4140
4200
4260
4320
4380



tgacggcecce
ggtctggaag
cggatgcact
cgccactggg
cttcatgtga
aatcaacctc
ccttttacge
atggctttca
tggcecgttyg
ggttggggca
attgccacgg
ttgggcacty
gcectgtgttyg
aatccagegg
cgecettegec
cgactagccg
ttaaaagaaa
tttgcctgta
ctagggaacc
gceegtetgt
aaaatctcta
cggtacccaa
gtcgtgactyg
tcgecagetg
gcctgaatgg
ttgttaaatc
aaaagaatag
aaagaacgtg
acgtgaacca
gaaccctaaa
aaaggaaggg
gctgcgegta
cacttttegg

tatgtatccg

cactgegtca
tacgcagacg
gggccaggtc
atggtggggyg
gcggcecegcetc
tggattacaa
tatgtggata
ttttctecte
tcaggcaacy
ttgccaccac
cggaactcat
acaattccgt
ccacctggat
accttectte
ctcagacgag
tacctttaag
aggggggact
ctgggtctet
cactgcttaa
tgtgtgactc
gcagaattcg
ttcgeectat
ggaaaaccct
gcgtaatagce
cgaatggaaa
agctcatttt
accgagatag
gactccaacg
tcaccctaat
gggagceecec
aagaaagcga
accaccacac
ggaaatgtgce

ctcatgagac

agacctgeec
ccggeeatgt
ttgaaggctg
ccctectett
tagacccggg
aatttgtgaa
cgctgettta
cttgtataaa
tggcgtggty
ctgtcagcetce
cgcegectgce
ggtgttgtcg
tctgegeggyg
ccgeggecety
tcggatctec
accaatgact
ggaagggcta
ctggttagac
gcctcaataa
tggtaactag
atatcaagct
agtgagtcgt
ggcgttaccc
gaagaggccc
ttgtaagcgt
ttaaccaata
ggttgagtgt
tcaaagggcy
caagtttttt
gatttagagc
aaggagcggg
ccgecgeget
gcggaacccc

aataaccctg

Sequence-Listing

ggcaggagtc
gtgccacctg
tccaacgaat
gctgetggtg
ctgcaggaat
agattgactg
atgcctttgt
tcctggttge
tgcactgtgt
ctttccggga
cttgeceget
gggaaatcat
acgtccttet
ctgceggetce
ctttgggecy
tacaaggcag
attcactccc
cagatctgag
agcttgectt
agatccctca
tatcgatacc
attacaattc
aacttaatcg
gcaccgatcyg
taatattttg
ggccgaaatc
tgttccagtt
aaaaaccgtc
ggggtcgagg
ttgacgggga
cgctagggcy
taatgcgecg
tatttgttta

ataaatgctt

atgggagaaa
tgccatccaa
gggcctaaga
gtggccctgg
tcgatatcaa
gtattcttaa
atcatgctat
tgtctcttta
ttgctgacge
ctttegettt
gctggacagg
cgtectttec
gctacgtecce
tgcggectct
ccteccegea
ctgtagatct
aaagaagaca
cctgggaget
gagtgcttca
gaccctttta
gtcgacctcg
actggccgtc
ccttgcagea
cectteccaa
ttaaaattcg
ggcaaaatcc
tggaacaaga
tatcagggceg
tgccgtaaag
aagccggega
ctggcaagtg
ctacagggcg
tttttctaaa

caataatatt
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acaacaccct
actgcaccta
tcecegtecat
ggatcggcect
gcttatcgat
Ctatgttgcet
tgcttecegt
tgaggagttyg
aacccccact
cceecteect
ggctcggetyg
ttggctgcetce
ttcggecectc
tcecgegtett
tcgataccegt
tagccacttt
agatctgctt
ctctggctaa
agtagtgtgt
gtcagtgtgg
agggggggcc
gttttacaac
catcceccectt
cagttgegea
cgttaaattt
cttataaatc
gtccactatt
atggcccact
cactaaatcg
acgtggcegag
tagcggtcac
cgtcaggtgg
tacattcaaa

gaaaaaggaa

4440
4500
4560
4620
4680
4740
4800
4860
4920
4980
5040
5100
5160
5220
5280
5340
5400
5460
5520
5580
5640
5700
5760
5820
5880
5940
6000
6060
6120
6180
6240
6300
6360
6420



gagtatgagt
tectgttttt
tgcacgagty
cceccgaagaa
atcccgtatt
cttggttgag
attatgcagt
gatcggagga
ccttgategt
gatgcctgta
agcttcecgg
gcgereggcec
gtctcgeggt
ctacacgacg
tgcctecactg
tgatttaaaa
catgaccaaa
gatcaaagga
aaaaccaccg
gaaggtaact
gttaggccac
gttaccagtg
atagttaccg
cttggagcga
cacgcttccc
agagcgcacyg
tcgecacctce
gaaaaacgcc
catgttecttt
agctgatacc
ggaagagcgco
ctggcacgac
ttagctcact

tggaattgtg

attcaacatt
gctcacccag
ggttacatcg
cgttttccaa
gacgccgggc
tactcaccag
gctgccataa
ccgaaggagc
tgggaaccgg
gcaatggcaa
caacaattaa
cttceggetg
atcattgcag
gggagtcagg
attaagcatt
cttcattttt
atcccttaac
tcttcttgag
ctaccagegyg
ggcttcagea
cacttcaaga
gctgcetgeea
gataaggcgc
acgacctaca
gaagggagaa
agggagcttc
tgacttgagce
agcaacgcgg
ccrgegttat
gctcgecgea
ccaatacgcea
aggtrtcccg
cattaggcac

agcggataac

tccgtgtege
aaacgectggt
aactggatct
tgatgagcac
aagagcaact
tcacagaaaa
ccatgagtoa
taaccgetitt
agctgaatga
caacgttgeg
tagactggat
gctggtttat
cactggggcec
caactatgga
ggtaactgtc
aatttaaaag
gtgagtttic
atccttittt
tggtttgttt
gagcgcagat
actctgtagce
gtggcgataa
agcggtcggg
ccgaactgag
aggcggacag
cagggggaaa
gtcgattrtt
cctrtttacy
ccectgatic
gccgaacgac
aaccgcctct
actggaaagc
ccecaggetrtt

aatttcacac

Sequence-Listing

cctrattecce
gaaagtaaaa
caacagcggt
ttttaaagtt
cggtcgecge
gcatcttacg
taacactgceg
tttgcacaac
agccatacca
caaactatta
ggaggcggat
tgctgataaa
agatggtaag
tgaacgaaat
agaccaagtt
gatctaggtg
gttccactga
tctgegegta
gccggatcaa
accaaatact
accgectaca
gtcgtgtett
ctgaacgggg
atacctacag
gtatccggta
cgectggtat
gtgatgctcg
gttcctggee
tgtggataac
cgagcgceage
cceegegegt
gggcagtgag
acactttatg

aggaaacagc

ttttttgcgg
gatgctgaag
aagatccttg
ctgctatgtg
atacactatt
gatggcatga
gccaacttac
atgggggatc
aacgacgagce
actggcgaac
aaagttgcag
tctggagecey
ccctcecegta
agacagatcg
tactcatata
aagatccttt
gcgtecagacc
atctgcetget
gagctaccaa
gttcttctag
tacctegetce
accgggttgg
ggttcgtgcea
cgtgagcrat
agcggeagyg
ctttatagtc
tcaggggggc
ttttgctgge
cgtattaccyg
gagtcagtga
tggcegattc
cgcaacgcaa
cttecggcetce

tatgaccatg
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cattttgect
atcagttggg
agagttttceg
gcgcggtatt
ctcagaatga
cagtaagaga
ttctgacaac
atgtaactcg
gtgacaccac
tacttactct
gaccacttct
gtgagcgtgg
tcgtagttat
ctgagatagg
tactttagat
ttgataatct
ccgtagaaaa
tgcaaacaaa
ctctttttcce
tgtagccgta
tgctaatcct
actcaagacg
cacagccecag
gagaaagcgc
tcggaacagy
ctgtcgggtt
ggagcctatg
cttttgctca
cctttgagtg
gcgaggaagc
attaatgcag
ttaatgtgag
gtatgttgtg

attacgccaa

6480
6540
6600
6660
6720
6780
6840
6900
6960
7020
7080
7140
7200
7260
7320
7380
7440
7500
7560
7620
7680
7740
7800
7860
7920
7980
8040
8100
8160
8220
8280
8340
8400
8460



gctcgaaatt
cgaggtcgag
ccctaactcc
atgcagaggc
ttggaggcect
accgccatgt
agttcatagc
ctgaccgecce
gccaataggg
ggcagtacat
atggccegec
catctacgta
gcgtggatag
gagtttgttt
attgacgcaa
catataagca
DTS
<212>
<213>

<220>
<223>

<400>

42
845
PRT

synt
42

Met Leu Leu
1

Ala Phe Leu

Thr
35

Leu val

Phe Asp Phe

50

Gly Leu

Tyr Tyr Ala

Ala GTn Asn

aaccctecact
atccggtega
gcecagttec
cgaggcegec
aggcttttge
tgacattgat
ccatatatgg
aacgaccccc
actttccatt
caagtgtatc
tggcattatg
ttagtcatceg
cggtttgact
tggcaccaaa
atgggcggtra
gctgettttt

hetic
Leu val
5

Leu Ile

20

pro Gly

ser Ala

Glu Trp

Thr Trp

85

Thr val

Thr

Pro

Gly

Tyr

Ite

70

val

Asp

aaagggaaca
ccagcaacca
gceceattetce
tcggectetg
aaaaagcttc
tattgactag
agttccgegt
gceccattgac
gacgtcaatg
atatgccaag
cccagtacat
ctattaccat
cacggggatt
atcaacggga
ggcgtgtacg
gcctgtactg

Artificial Sequence

Ser Leu

GTn Glu

Ser Leu

40

Tyr Met

55

Ala Thr

Asn

Gly

Leu GIn

Thr

Sequence-Listing

aaagctggag
tagtcccgec
cgcececatgg
agctattcca
gacggtatcg
ttattaatag
tacataactt
gtcaataatg
ggtggagtat
tacgeeeect
gaccttatgg
ggtgatgcgg
tccaagtctce
ctttccaaaa
gaattcggag
ggtctctctg

Leu
10

Leu Cys

Gln val

25

Leu

Leu Ser

Ser Trp val

Ile Pro

75

Tyr

Phe Thr

90

Arg

Met Asn Ser

cteccaccgeg
Cctaactccy
ctgactaatt
gaagtagtga
attggctcat
taatcaatta
acggtaaatg
acgtatgttc
ttacggtaaa
attgacgtca
gactttccta
ttttggcagt
cacceeattg
tgtcgtaaca

tggcgagecec

Glu Leu Pro

Glu Ser Gly

30

Cys Ala

Arg Ala

60

Ser Ser Gly

Ser Ser

Leu Thr Ala
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gtggcggect
cccatccege
tttrttattt
ggaggctttt
gtccaacatt
cggggtcatt
gcecegectyy
ccatagtaac
ctgcecactt
atgacggtaa
cttggcagta
acatcaatgg
acgtcaatgg
actcecgeece

tcagatccty

His
15

Pro
Gly Arg
Ser Gly
Pro

Gly

Thr
80

Lys

Asp
95

Asn

Ala Asp

8520
8580
3640
8700
8760
8820
8880
8940
9000
9060
9120
9180
9240
9300
9360
9400



Arg

Leu

Lys

Trp

Gln

Ser

225

Glin

Gly

Lys

val

Phe

305

Phe

Gly

Arg

GIn

Ala

Phe

130

Gly

Leu

Ile

Tyr

Ser

210

Gly

Ala

Tyr

TYyr

val

290

Ite

Lys

cys

val

Asn

Thr

115

Ash

Gly

Thr

Thr

Gln

195

ASp

Ser

ASp

val

Gly

Gly

Ile

Gln

Ser

355

GlIn

100

Tyr

Ile

Ser

Gln

Cys

180

Gln

Gly

Ser

Asp

Phe

260

Pro

Gly

Phe

Pro

Cys

340

rPhe

Leu

Phe

Trp

Gly

Ser

165

Thr

Leu

Ser

ser

Glu

245

Gly

Pro

val

Trp

Phe

325

Arg

ser

Tyr

Cys

Gly

Gly

Pro

Leu

Gln

Tyr

Gly

Ala

Gly

Cys

Leu

val

310

Met

Phe

Arg

Asn

Ala

Pro

135

Gly

Ser

Ser

Gly

Thr

215

Ala

Asp

Gly

Pro

Ala

295

Lys

Arg

Pro

Ser

Glu

Gly

val

ser

Glu

200

Lys

ASp

Tyr

Thr

Pro

280

Cys

Arg

Pro

Glu

Ala

360

lLeu

Sequence-Listing

105

AsSp

Thr

Ser

Ser

Ala

185

Ala

Arg

Arg

Tyr

Gln

265

Cys

Tyr

Gly

val

Glu

345

ASp

Asn

Ser
Leu
Gly
Ala
170
His
Pro
Pro
Tyr
Ccys
L.eu
Pro
Ser
Arg
Gln
330

Glu

Ala

Tyr

val

Lys

Arg

Gly

leu

235

Gly

Thr

Met

Leu

Lys

Thr

Glu

Pro

Ala

Thr

140

Gly

Leu

Thr

Tyr

val

220

Ile

Ala

val

Phe

Leu

300

LYS

Thr

Gly

Ala

teu Gly Arg
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ASp

125

Ile

Gly

Gly

Asp

Leu

205

Pro

Ile

Asp

Thr

Trp

val

Leu

Glin

Gly

Tyr

365

Arg

110

ASp

ser

ser

ser

Thr

190

Met

Asp

Pro

Tyr

Gly

val

Thr

L.eu

Glu

cys

350

GIn

Glu

Gly

Ser

Glu

Pro

175

Ile

Gln

Arg

Ser

Ile

255

Glu

Leu

val

Tyr

Glu

335

Glu

Glin

Glu

Ala

Gly

Leu

160

Ala

Asp

val

phe

val

240

Gly

Ser

val

Ala

Ile

320

Asp

Leu

Gly

Tyr



Asp

Pro

Asp

Arg

Thr

Leu

465

val

Leu

val

Asn

Glu

ASp

Glin

Ley

625

ser

370

val

Arg

Lys

Arg

Lys

Glu

Glu

L.eu

Cys

Ala

530

Leu

Pro

Ile

Leu

His

610

Gly

Gly

Leu

Arg

Met

Asp

Gly

Glu

cys

ASh

515

Thr

His.

Pro

Thr

His

595

Gly

Leu

Asn

Asp

Lys

Ala

420

Lys

Thr

Gly

Asn

Glu

500

Gly

Asn

ITe

Leu

Gly

Ala

Gln

Arg

LysS

Lys

Ash

405

Glu

Gly

TYr

Gly

Pro

485

Leu

Ile

Ile

Leu

Phe

Phe

ser

Asnh

Ala

His

ASp

Glu

470

Gly

Pro

Gly

LysS

Pro

550

Pro

leu

Glu

Ser

l.eu

630

Leu

375

Arg

GIn

Tyr

Asp

Ala

455

Gly

Pro

His

Ile

His

val

Gln

ey

Asn

Leu

615

Lys

Cys

Gly

Glu

Ser

Gly

Leu

Arg

Arg

Pro

Gly

Phe

Ala

Glu

Ile

Ley

600

Ala

Glu

Tyr

Sequence-Listing
380

Arg Asp Pro

Gly

Glu

425

Leu

His

Gly

Met

Ala

505

Glu

Lys

Phe

Leu

GIn

585

Glu

val

Ile

Ala

Leu
410

Ile

Tyr

Met

Ser

Leu

490

Phe

Phe

AsSn

Arg

570

Ala

Ile

val

Ser

395

Tyr

Gly

Gin

Gln

Leu

475

Leu

Leu

Lys

Cys

Gly

Ile

Trp

Ile

Ser

ASp
635

Glu

Asn

Met

Gly

Ala

460

Leu

Leu

Leu

Asp

Thr

540

AsD

Leu

Pro

Arg

Leu

620

Gly

Asn Thr Ile
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Met

Glu

LysS

Leu

445

Leu

Thr

val

Ile

Ser

525

Ser

ser

Lys

Glu

Gly

Asn

Asp

Asn

Gly

Leu

Gly

sSer

Pro

Cys

Thr

Pro

510

Leu

Ile

Phe

Thr

Asn

590

Arg

Ile

val

Trp

Gly

Gln

415

Glu

Thr

Pro

Gly

Ser

495

Arg

Ser

Ser

Thr

val

575

Arg

Thr

Thr

ITe

Lys

Lys

400

Lys

Arg

Ala

Arg

Asp

480

Leu

Lys

Gly

His

560

Lys

Thr

Lys

Ser

Ile

640

Lys



Ley

Glu

Pro

Asn

705

Gly

Pro

Pro

val

Trp

785

Cys

Gly

Leu

Phe

Asn

Glu

630

val

Glu

Glu

ASp

Lys

Lys

Thr

Pro

Leu

<210>
<211>
<212>

<213>

<220>
<223>

<400>
gttagaccag atctgagcct gggagcetctc tggctaacta

Gly

Ser

675

Gly

Ser

Pro

Cys

AsSn

755

Thr

Tyr

Tyr

Lys

Leu

835

43
10015
DNA

synthetic

43

Thr

660

Cys

cys

Arg

Arg

Leu

740

Cys

cys

Ala

Gly

Ile

820

val

645

Ser

Lys

Trp

Gly

Pro

Ile

Pro

ASp

Cys

Pro

val

Gly

Ala

Gly

Arg

710

Phe

Gin

Gin

Ala

Ala

790

Thr

Ser

Ala

Gln

Thr

Pro

695

Glu

val

Ala

Cys

Gly

Ile

l.eu

Artificial Sequence

Lys

Gly

Glu

Cys

Glu

Met

Ala

760

val

His

Pro

Ala

Gly

Sequence-Listing
6

655

Thr Lys Ile Ile Ser Asn Arg Gly

665

Gin

Pro

val

Asn

Asn

745

His

Met

val

Gly

Thr

825

Ile

val

Arg

Asp

Ser

730

Ile

Tyr

Gly

Cys

Leu

810

Gly

Gly

Cys

ASp

Thr

Ile

Glu

His

795

Glu

Met

Leu

tcaataaagc ttgccttgag tgcttcaagt agtgtgtgec

taactagaga tccctcagac ccttttagtc agtgtggaaa

aacagggact tgaaagcgaa agggaaacca gaggagctct

670

His Ala Leu Cys Ser
685

Cys val Ser Cys Arg
700

Cys Asn Leu Leu Glu
720

Cys Ile GlIn Cys His
735

Cys Thr Gly Arg Gly

Asp Gly Pro His Cys

Asn Asn Thr Leu val
780

Leu Cys His Pro Asn
800

Gly Cys Pro Thr Asn
815

val Gly Ala Leu Leu
830

phe Met
845

gggaacccac tgcttaagec
cgtctgttgt gtgactctgg
atctctagea gtggegeccg

ctcgacgecag gactcggett
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60
120
180
240



gctgaagcge
actagcggag
attagatcga
acatatagta
aacatcagaa
agaagaactt
agagataaaa
gaaaaaagca
ccctatagtg
aaatgcatgg
ttcagcatta
gggacatcaa
agagaagagt
tcttgggagce
gacaattatt
aacagcatct
ctgtggaaag
tcatttgeac
aagaaaaggg
agacatacaa
ttacagggac
aggcgttttyg
gcgéacatcg
ctagagaagg
tccegagggt
caacgggttt
cgceegecege
cgcetgtggt
accgggectt
ttgcctgace
cagatccaag
gacaagccty
gaaagagtcc

cagcggeage

gcacggcaag
gctagaagga
tgggaaaaaa
tgggcaagea
ggctgtagac
agatcattat
gacaccaagg
cagcaagcag
cagaacatcc
gtaaaagtag
tcagaaggag
gcagccatge
ggtgcagaga
agcaggaagc
gtctggtata
gttgcaactc
atacctaaag
cactgctgtg
gg9attgggy
actaaagaat
agcagagatc
cgctgctteg
cccacagtec
tggcygcygyy
gggggagaac
gcecgecagaa
cctacctgag
gcctcctgaa
tgtccggege
ctgcttgctc
ctgtgaccgg
ctgctgtgcg
gagggcgacc

gacatcaacg

aggcgagggy
gagagatggg
ttcggttaag
gggagctaga
aaatactggg
ataatacagt
aagctttaga
cagctgacac
aggggcaaat
tagaagagaa
ccaccccaca
aaatgttaaa
gaaaaaagag
actatgggceg
gtgcagcagce
acagtctggg
gatcaacagc
ccttggatct
ggtacagtgc
tacaaaaaca
cagtttgggg
cgaggatctg
ccgagaagtt
taaactggga
cgtatataag
cacagctgaa
gccgecatec
ctgcgteege
tcecttggag
aactctacgt
cgcctacgge
agctgeecca
tggtcacacc

actaccccat

cggcgactgg
tgcgagagceg
gccaggggga
acgattcgca
acagctacaa
agcaaccctce
caagatagag
aggacacagc
ggtacatcag
ggctttcage
agatttaaac
agagaccatc
cagtgggaat
cagcgtcaat
agaacaattt
gcatcaagca
tcctggggat
acaaatggca
aggggaaaga
aattacaaaa
atcaattgca
cgatcgcetcec
99999g9aggg
aagtgatgtc
tgcagtagtc
gcttcgaggg
acgeceggtiyg
cgtctaggta
cctacctaga
ctttgttteg
tagcgaattc
cccegecttt
agccggeaac
ctettgggtc
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Sequence-Listing

tgagtacgcc
tcagtattaa
aagaaaaaat
gttaatcctg
ccatccctte
tattgtgtgce
gaagagcaaa
aatcaggtca
gccatatcac
ccagaagtga
accatgctaa
aatgaggaag
aggagcttty
gacgctgacg
gctgagggcet
gctccaggea
ttggggttgc
gtattcatcc
atagtagaca
attcaaaatt
tgaagaatct
ggtgccegte
gtcggcaatt
gtgtactggce
gcecgtgaacyg
gctcgecatct
agtcgegttc
agtttaaagc
ctcageegge
ttttetgtte
gccaccatgce
ctgctgatec
ctgaccctga

cgccaggetce

aaaaattttg
gcgggggaga
ataaattaaa
gcetgttaga
agacaggatc
atcaaaggat
acaaaagtaa
gccaaaatta
ctagaacttt
tacccatgtt
acacagtgag
ctgcaggcaa
ttccttgogt
gtacaggccea
attgaggege
agaatcctgg
tctggaaaac
acaattttaa
taatagcaac
ttcgggttta
gcttragggtt
agtgggcaga
gaaccggtgce
tcecgeetttt
ttettttteg
cteertcacy
tgcegectec
tcaggtcgag
tctccacget
tgcgecgtta
tgctgetggt
cccagagege
cctgtaccge

ctggcaaggg

300
360
420
480
540
600
660
720
780
840
500
960
1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620
1680
1740
1800
1860
1920
1980
2040
2100
2160
2220
2280



actggaatgg
aggcecggttce
caccgacgac
caacatctgg
tggaggaagt
tggcgeegty
cctggeectgg
caacctggece
cctgaccatc
gggcaacgty
accgecctge
cceceeccaag
ggtggacgtyg
agtgcacaac
gtctgtgetg
gtccaacaag
tcgegagecce
gtcecctgacce
caacggccag
cttecttectg
tagctgcage
gtccctgggce
cctgetggto
gtatatattc
tagctgecga
aagcgecgac
gggcagaagyg
cggcaagcct
gatggccgag
cgacggcctg
gcaggcectyg
cggtgacgtg
ctgtgagtta
tattggtgaa

atcggcttca
accatcagcec
accgccacct
ggcectggea
ggcggeggag
ggcggcaceg
ttccagcaga
agcggcegtgce
tcecggegtge
tcctacagaa
ccececttgec
cccaaggaca
agccaggaag
gccaagacca
accgtgctgce
ggcectgecca
caggtgtaca
tgcctggtga
cctgagaaca
tacagceggce
gtgatgcacyg
aagatgttct
acagtggect
aaacaaccat
tttccagaag
gccectgect
gaagagtacg
cggcggaaga
gcctacageg
tatcagggcc
ccececcaaggce
gaggagaatc
ccacacccag

tttaaagact

tcaacagcgg
ggaccagcac
acttttgege
ccectggteac
gatccgagcet
tgaccatcaa
agccecggeca
caagcagatt
agagagagga
ccagcttcgg
ctgeceeecga
ccctgatgat
atcccgaggt
agcccagaga
accaggactg
gcagcatcga
ccectgectec
agggctrcta
actacaagac

tgaccgtgga

aggccctgea

gggtgctggt
tcatcatctt
ttatgagacc
aagaagaagg
accagcaggg
acgtcctgga
acccccagga
agatcggcat
tgtccaccge
tCgagggcgg
ccggecctag
cattcctect

cactctcececat

Sequence-Listing

cggcagcact
caccgtggac
cagaggctac
aatctctagce
ggtcatgacc
ttgccaggece
gcececeecace
cagcggcage
cgccgetace
cggaggtact
gttcctggge
cagccggacce
ccagttcaat
ggaacagttc
gctgaacggce
aaagaccatc
ctcccaggaa
cceccagegac
caccceteee
caagagccgg
caaccactac
ggtggtgggc
ttgggtgaaa
agtacaaact
aggatgtgaa
ccagaatcag
taagcggaga
aggcctgtat
gaagggcgag
caccaaggat
cggagagggc
gatgcttctc
gatcccacgc

aaatgctacg

tggtacgcca
ctgaagatga
agcacctact
ggcggaggcg
cagaccccca
agccagagca
ctgctgatct
agatctggca
tattactgcc
gaggtggtcg
ggacccageg
cccgaggtga
tggtacgtgg
aacagcacct
aaagaataca
agcaaggcca
gagatgacca
atcgccgtgg
gtgctggaca
tggcaggaag
acccagaaga
ggggtgctgg
cggggcagaa
actcaagagg
ctgcgggtga
ctgtacaacg
ggccgggacc
aacgaactgc
€ggaggcgggy
acctacgacg
agaggaagtc
ctggtgacaa
aaagtgtgta

aatattaaac
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gctgggtcaa
caagcctgac
acggcgactt
gcagcggagyg
gcagcacatc
tcgacagcaa
acagagcctc
ccgagtacac
tgggcggegt
tcaaatacgg
tgttcctgtt
cctgegtggt
acggcgtgga
accgggtggt
agtgcaaggt
agggccagec
agaaccaggt
agtgggagag
gcgacggcag
gcaacgtctt
gcctgagect
cctgctacag
agaaactcct
aagatggctg
agttcagcag
agctgaacct
ctgagatggg
agaaagacaa
gcaagggcca
ccctgeacat
ttctaacatg
gccttetgct
acggaatagg

acttcaaaaa

2340
2400
2460
2520
2580
2640
2700
2760
2820
2880
2940
3000
3060
3120
3180
3240
3300
3360
3420
3480
3540
3600
3660
3720
3780
3840
3900
3960
4020
4080
4140
4200
4260
4320



ctgcacctee
cacacatact
cacaggottt
gaacctagaa
cagcctgaac
gataatttca
tgggacctec
cacaggcecag
ggactgcgtc
tctggagggt
gtgcctgect
gtgtgcccac
agaaaacaac
tccaaactge
taagatccceg
cctggggatc
atcaagctta
cttaactatg
gctattgett
ctttatgagyg
gacgcaaccc
gctttecccc
acaggggerc
tttccttgge
gtccettegg
ccrettecgce
ccgcategat
gatcttagcece
agacaagatc
gagctctetg
cttcaagtag
Trttagtcag
cctcgagggg
ccgtegittt

atcagtggcy
cctectetgg
ttoctgattc
atcatacgcg
ataacatcct
ggaaacaaaa
ggtcagaaaa
gtctgeccatg
tcttgecegga
gagccaaggg
caggccatga
tacattgacg
acccrggtcet
acctacggat
tccategeca
ggcctettca
tcgataatca
ttgctecttt
ccegtatgge
agttgtggec
ccactggttyg
tccetattge
ggctgttgyg
tgctegectg
ccectcaatec
gtcttcgect
accgtcgact
actttttaaa
tgctttttge
gctaactagg
tgtgtgceeg
tgtggaaaat
gggceeggra
acaacgtecgt

atctccacat
atccacagga
aggcttggcec
gcaggaccaa
tgggattacg
atttgtgcta
ccaaaattat
ccttgtgctc
atgtcagecg
agtttgtgga
acatcacctg
gcccccactg
ggaagtacgc
gcactgggcc
ctgggatggt
tgtgagcgge
acctctggat
tacgctatgt
trrcattttc
cgttgtcagg
gggcattgcc
cacggcggaa
cactgacaat
tgttgccacce
agcggacctt
tcgeectcag
agccgtacct
agaaaagggg
ctgtactggg
gaacccactg
tctgttgtgt
ctctagcaga
cccaattege

gactgggaaa

Sequence-Listing

cctgecggty
actggatatt
tgaaaacagg
gcaacatggt
cteectcaag
tgcaaataca
aagcaacaga
cceccgaggge
aggcadgggaa
gaactctgag
cacaggacqgg
cgtcaagacc
agacgccgge
aggtcttgaa
gggggccctc
cgctctagac
tacaaaattt
ggatacgctyg
tcctecttgt
Caacgtggcg
accacctgtc
ctcatcgeeg
tccgtggtgt
tggattctgc
cctteeegeg
acgagtcgga
ttaagaccaa
ggactggaag
tctectctggt
cttaagectc
gactctggta
attcgatatc
cctatagtga

accetggegt

gcatttaggg
ctgaaaaccg
acggaccrce
cagttttctc
gagataagtig
ataaactgga
ggtgaaaaca
tgctggggcc
tgcgtggaca
tgcatacagt
ggaccagaca
tgcceggeag
catgtgtgece
ggctgtccaa
ctcttgetge
ccgyggcetgea
gtgaaagatt
ctttaatgec
ataaatcctyg
tggtgtgcac
agctcetttc
cctgecttge
tgtcggggaa
gcgggacgtc
gcectgctgec
tctcecttg
tgacttacaa
ggctaattca
tagaccagat
aataaagctt
actagagatc
aagctratcg
gtcgtattac

tacccCaactt
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gtgactcctt
taaaggaaat
atgccttiga
ttgcagtcgt
atggagatgt
aaaaactgtt
gctgeaagge
cggagccecag
agtgcaacct
gccacccaga
actgtatcca
gagtcatggg
acctgtgcca
cgaatgggcc
tggtggtggc
ggaattcgat
gactggtatt
tttgtatcat
gttgctgtct
tgtgtttgcet
cgggactttc
ccgetgetgg
atcatcgtec
cttctgetac
ggctctgegg
ggcegectec
ggcagctgta
ctcccaaaga
ctgagcctgg
gccttgagtg
cctcagaccce
ataccgtcga
aattcactgg

aatcgecttg

4380
4440
4500
4560
4620
4680
4740
4800
4860
4920
4980
5040
5100
5160
5220
5280
5340
5400
5460
5520
5580
5640
5700
5760
5820
5880
5940
6000
6060
6120
6180
6240
6300
6360



cagcacatcc
cccaacagtt
attcgegtta
aatcccttat
caagagtcca
gggcgatggc
taaagcacta
ggcgaacgtg
aagtgtagcg
gggcgcgtca
ctaaatacat
atattgaaaa
tgcggeattt
tgaagatcag
ccttgagagt
atgtggcgceg
ctattctcag
catgacagta
cttacttctg
ggatcatgta
cgagcgtgac
cgaactactt
tgcaggacca
agccggtgag
ccgtatcgta
gatcgctgag
atatatactt
cctttttgat
agaccccgta
ctgcttgcaa
accaactctt
tctagtgtag
cgctctgeta

gttggactca

ccetttegec
gcgcagectg
aatttttgtt
aaatcaaaag
Ctattaaaga
ccactacgtg
aatcggaacc
gcgagaaagg
gtcacgctgce
ggtggcactt
tcaaatatgt
aggaagagta
tgccttectg
ttgggtgeac
tttcgeccceg
gtattatccc
aatgacttgg
agagaattat
acaacgatcg
actcgectty
accacgatgce
actctagett
ctrctgeget
cgtgggtctc
gttatctaca
ataggtgcct
tagattgatt
aatctcatga
gaaaagatca
acaaaaaaac .
tttccgaagyg
ccgtagttag
atcctgttac

agacgatagt

agctggcgta
aatggcgaat
aaatcagctc
aatagaccga
acgtggactc
aaccatcacc
ctaaagggag
aagggaagaa
gcgtaaccac
ttcggggaaa
atccgetcat
tgagtattca
tttttgctca
gagtgggtta
aagaacgttt
gtattgacgc
ttgagtactc
gcagtgctgc
gaggaccgaa
atcgttggga
ctgtagcaat
cccggcaaca
cggcecttec
gcggtatcat
€gacggggag
cactgattaa
taaaacttca
ccaaaatccce
aaggatcttc
caccgctacc
taactggctt
gccaccactt
cagtggctgce

taccggataa

Sequence-Listing

atagcgaaga
ggaaattgta
attttttaac
gatagggttg
caacgtcaaa
ctaatcaagt
ccceccgattt
agcgaaagga
cacacccgec
tgtgcgegga
gagacaataa
acatttccgt
cccagaaacy
catcgaactg
tccaatgatg
cgggcaagag
accagtcaca
cataaccatg
ggagctaacc
accggagetg
ggcaacaacg
attaatagac
ggctggctgg
tgcagcactg
tcaggcaact
gcattggtaa
tttttaattt
ttaacgtgag
ttgagatcct
agcggtggtt
cagcagagceg
caagaactct
tgccagtggc
ggcgcagegg

ggceegeacce
agcgttaata
caataggccg
agtgttgttc
gggcgaaaaa
tttttggggt
agagctfgac
gcgggcgceta
gcgcttaatg
acccctattt
ccctgataaa
gtcgeectta
ctggtgaaag
gatctcaaca
agcactttta
caactcggtc
gaaaagcatc
agtgataaca
getrrtttge
aatgaagcca
ttgcgeaaac
tggatggagg
tttattgctg
gggccagatyg
atggatgaac
ctgtcagacc
aaaaggatct
ttttegttcc
tEttttctge
tgtttgccgg
cagataccaa
gtagcaccgc
gataagtcgt

tcgggetgaa
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gatcgceectt
ttttgttaaa
aaatcggcaa
cagtttggaa
ccgtctatca
cgaggtgceg
ggggaaagcc
gggcgetggce
cgcegetaca
gtttattttt
tgcttcaata
ttceettttt
taaaagatgce
gcggtaagat
aagttctgcet
gcecgeataca
ttacggatgg
ctgcggecaa
acaacatggg
taccaaacga
tattaactgg
cggataaagt
ataaatctgg
gtaagcccte
gaaatagaca
aagtttactc
aggtgaagat
actgagcegtc
gcgtaatctg
atcaagagct
atactgtict
ctacatacct

gtcttaccgg
cggggggttc

6420
6480
6540
6600
6660
6720
6780
6840
6900
6960
7020
7080
7140
7200
7260
7320
7380
7440
7500
7560
7620
7680
7740
7800
7860
7920
7980
8040
8100
8160
8220
8280
8340
8400



gtgcacacag
gctatgagaa
cagggtcgga
tagtcctgtce
ggggcggagce
ctggcctttt
taccgecettt
agtgagcgag
gattcattaa
cgcaattaat
ggctcgtatg
ccatgattac
ccgeggtggce
ctccgeccat
taattttttt
agtgaggagg
ctcatgtcca
aattacgggg
aaatggcecyg
tgttcccata
gtaaactgcc
cgtcaatgac
tcctacttgg
gcagtacatc
cattgacgtc
taacaactcc

agccectcaga

<210>
<211>
<212>
<213>

<220>
<223>

<400>

1

44

1055
PRT

cccagettgg
agcgcecacgce
acaggagagc
gggtttegee
ctatggaaaa
gctcacatgt
gagtgagctyg
gaagcggaag
tgcagctgge
gtgagttagc
ttgtgtggaa
gccaagetcg
ggcctcgagg
ccegececta
tatttatgca
cttttttgga
acattaccgc
tcattagttc
cctggetgac
gtaacgccaa
cacttggcag
ggtaaatggc
cagtacatct
aatgggcgtg
aatgggagtt
gcceccattga

tcctgeatat

agcgaacgac
ttcccgaagg
gcacgaggga
acctctgact
acgccageaa
tctttectge
ataccgcetcg
agcgeccaat
acgacaggtt
tcactcatta
tigtgagcgg
aaattaaccc
tcgagatccg
actccgecca
gaggccgagg
ggcctagget
catgttgaca
atagcccata
cgcccaacga
tagggacttt
tacatcaagt
ccgceetggea
acgtattagt
gatagcggtt
tgttttggea
cgcaaatggg

aagcagctgce

Artificial Sequence

Synthetic

44

Sequence-Listing

ctacaccgaa
gagaaaggcg
gcttccaggg
tgagcgtcga
cgecggecettt
gttatccect
ccgecagecga
acgcaaaccg
tcccgactyg
ggcaccccag
ataacaattt
tcactaaagg
gtcgaccagc
gttcegececa
cegectegge
tttgcaaaaa
ttgattattg
tatggagttc
ccececgeceea
ccattgacgt
gtatcatatg
ttatgcccag
catcgetatt
tgactcacgg
ccaaaatcaa
cggtaggegt
trtttgectg

10

ctgagatacc
gacaggtatc
ggaaacgcct
tttttgtgat
ttacggttcc
gattctgtgg
acgaccgagce
cctectececy
aaagcgggea
gctttacact
cacacaggaa
gaacaaaagc
aaccatagtc
ttctecegecee
ctctgageta
gcttcgacgg
actagttatt
cgcgttacat
ttgacgtcaa
caatgggtgg
ccaagtacgce
tacatgacct
accatggtga
ggatttccaa
cgggactttc
gtacggaatt

tactgggtct
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tacagcgtga
cggtaagcgg
ggtatcttta
gctcgtecagg
tggecttttg
ataaccgtat
gcagcgagtc
cgcgttggec
gtgagcgcaa
ttatgcttcc
acagctatga
tggagctcca
ccgeecectaa
catggctgac
ttccagaagt
tatcgattgy
aatagtaatc
aacttacggt
taatgacgta
agtatttacg
ccectattga
tatgggactt
tgeggttttg
gtctccacce
caaaatgtcg
cggagtggcg
ctctg

Met Leu Leu Leu val Thr Ser Leu Leu Leu Cys Glu Leu Pro His Pro
5

8460
8520
8580
8640
8700
8760
8820
8880
8940
9000
9060
9120
9180
9240
9300
9360
9420
9480
9540
9600
9660
9720
9780
9840
9900
9960
10015



Ala

val

AsSp

Gly

65

Ala

val

Phe

Gly

Gly

Pro

Gin

Pro

Ser

Thr

225

Cys

Gly

Pro

Phe

Thr

Ile

50

lLeu

Ser

Asp

Cys

Pro

130

Ser

Ala

Gly

Gly

Leu

Leu

Thr

cys

l.eu

Pro

35

AsSh

Glu

Trp

Leu

Ala

115

Gly

Gly

Ser

Ser

Glin

195

val

Thr

Gly

Glu

Pro
275

Leu

20

Ala

Asp

Trp

val

Lys

Arg

Thr

Ser

Thr

Glin

180

Pro

Pro

Ile

Gly

val

260

Ala

Ile

Gly

Tyr

Ile

Lys

Met

Gly

Leu

Gly

Ser

165

Ser

Pro

Ser

Ser

val

245

val

Pro

Pro

AsSn

Pro

Gly

70

Gly

Thr

Tyr

val

Ile

Thr

Arg

Gly

val

Glu

GlIn

Leu

Ile

55

Phe

Arg

Ser

Ser

Thr

135

Gly

Ala

Asp

Leu

Phe

215

val

Asn

Lys

Phe

Ser

Thr

40

Ser

Ile

Phe

Leu

Thr

120

Ile

Gly

val

Ser

Leu

200

Ser

Gin

val

Glu

Leu
280

Sequence-Listing

val Lys Glu Ser Glu
25

Leu

Trp

Asn

Thr

Thr

105

Tyr

Ser

Ser

Gly

Asn

185

Ile

Gly

Arg

Ser

Ser

265

Gly

Thr

val

Ser

Ile

90

Thr

Tyr

Ser

Glu

Gly

Leu

Tyr

Ser

Glu

Tyr

250

Lys

Cys

Arg

Gly

75

Ser

Asp

Gly

Gly

Leu

155

Thr

Ala

Arg

Arg

ASp

235

Arg

TYr

Thr

Gln

60

Gly

Arg

ASp

Asp

Gly

val

val

Trp

Ala

Ser

220

Ala

Thr

Gly

Gly Pro Ser

Page 48

Ala

45

Ala

Ser

Thr

Thr

Phe

125

Gly

Met

Thr

Phe

Ser

205

Gly

Ala

Ser

Pro

val
285

Gly Asp Leu

30

Ser

Pro

Thr

Ser

Ala

110

Asn

Gly

Thr

Ile

Gln

190

ASn

Thr

Thr

Phe

Pro

270

Phe

Gly

Gly

Trp

Thr

95

Thr

Ile

Ser

Gln

AsSn

175

Gin

Leu

Glu

Tyr

Gly

Cys

Ley

Ser

Lys

Tyr

80

Thr

TYr

Trp

Gly

Thr

160

cys

Lys

Ala

Tyr

Tyr

240

Gly

Pro

Phe



Pro

Thr

305

Asn

Arg

val

Ser

385

Glu

Phe

Glu

Phe

Tyr

Leu

val

Tyr

Glu
545

Pro

290

Cys

Trp

Glu

Leu

Asn

370

Gly

Glu

Tyr

Asn

Phe

450

Asn

Thr

val

Ala

Ile

530

Asp

Lys

val

Tyr

Glu

His

355

Lys

Gln

Met

Pro

AsSn

435

Leu

val

Gln

val

Phe

515

Phe

Gly

Pro

val

val

Gln

340

Gln

Gly

Pro

Thr

ser

420

Tyr

Tyr

Phe

Lys

val

500

Ile

Lys

Cys

Lys

val

Asp

Phe

Asp

Leu

Arg

ASp

Lys

Ser

Ser

Ser

485

Gly

Ile

Gin

Ser

Asp

Asp

310

Gly

Asn

Trp

Pro

Glu

390

Asn

Ile

Thr

Arg

Cys

470

Leu

Gly

Phe

Pro

550

Thr

295

val

val

ser

Leu

Ser

375

Pro

Gin

Ala

Thr

Ley

455

Ser

Ser

val

Trp

rhe

535

Arg

Leu

Ser

Glu

Thr

Asn

360

Ser

Gln

val

val

Pro

440

Thr

val

Leu

Leu

val

520

Met

Phe

Sequence-Listing

Met Ile Ser Arg Thr

Gln

val

Tyr

345

Gly

Ile

val

Ser

Glu

425

Pro

val

Met

Ser

Ala

505

Lys

Arg

Pro

Glu

His

330

Arg

Lys

Glu

Tyr

Leu

410

Trp

val

Asp

His

Leu

490

Cys

Arg

Pro

Glu

Asp

315

Ash

val

Glu

Lys

Thr

395

Thr

Glu

Leu

Lys

Glu

475

Gly

Tyr

Gly

val

Glu
555

300

Pro

Ala

val

Tyr

Thr

380

Ley

cys

ser

ASp

Ser

460

Ala

Lys

Ser

Arg

Gln

540

Glu

Page 49

Glu

Lys

Ser

365

Ile

Pro

Leu

Asn

Ser

445

Arg

Leu

Met

Leu

525

Thr

Gluy

Pro

val

Thr

val

350

cys

Ser

Pro

val

Asp

Trp

His

Phe

Leu

510

Lys

Thr

Gly

Glu

Gln

Lys

Leu

Lys

Lys

ser

Gly

Gln

Asn

l.eu

Glin

Gly

val

phe

320

Pro

Thr

val

Ala

Gln

400

Gly

Pro

Ser

Glu

His

480

val

Thr

Leu

Glu

Cys
560



Glu

GIn

Glu

Gly

Glin

625

Glu

Thr

Pro

Gly

Ser

705

Arg

Ser

ser

Thr

val

785

Arg

Thr

Leu

Gly

Tyr

Lys

610

Lys

Arg

Ala

Arg

Lys

Ile

Gly

His

770

Lys

Thr

Lys

Arg

GIn

Asp

595

Pro

Asp

Ard

Thr

Leu

675

val

Leu

val

Asn

Asp

Thr

Glu

Asp

Gln

val

Asn

580

val

Arg

Lys

Arg

LysS

660

Glu

Glu

Leu

cys

Ala

740

Leu

Pro

Ile

Leu

His
820

Lys

GIn

Leu

Arg

Met

ASp

Gly

Glu

Cys

Asn

725

Thr

His

Pro

Thr

His

805

Gly

Phe

Leu

Asp

LysS

Ala

630

Lys

Thr

Gly

AsSn

Glu

710

Gly

Asn

Ile

Leu

Gly

Ala

Glin

Ser

Tyr

Lys

Asn

615

Glu

Gly

Tyr

Gly

Pro

695

Leu

Ile

Ile

Leu

Asp

Phe

Phe

Phe

Arg

Asn

Ala

His

ASP

Glu

680

Gly

Pro

Gly

Lys

Pro

760

Pro

Leu

Glu

Ser

Sequence-Listing

Ser Ala Asp Ala Pro

Glu

585

Arg

Gln

Tyr

Asp

Ala

665

Gly

Pro

His

Ile

His

745

val

Gin

Leu

Asn

Leu
825

570

Leu

Gly

Glu

Ser

Arg

Arg

Pro

Ala

Glu

Ile

Leu

810

Ala

Asn

Arg

Gly

Glu

635

Leu

His

Gly

Met

Ala

715

Glu

Lys

Phe

Leu

Gln

795

Glu

val

Leu

Asp

Leu

620

Ile

Tyr

Met

Ser

Leu

700

Phe

Phe

Asn

Arg

780

Ala

Ile

val

Page 50

Gly

Pro

605

Tyr

Gly

Gln

Gln

Leu

685

Leu

Leu

Lys

Cys

Trp

Ile

Ser

Ala

Arg

590

Glu

Asn

Met

Gly

Ala

670

Leu

Leu

Leu

Asp

Thr

750

Asp

Leu

Pro

Arg

Leu
830

Tyr

575

Arg

Met

Glu

Lys

Leu

655

Leu

Thr

val

Ile

Ser

735

Ser

Ser

Lys

Glu

Gly

AsSn

Gin

Glu

Gly

Leu

Gly

Ser

Pro

Cys

Thr

Pro

720

Leu

Ile

Phe

Thr

Asn

800

Arg

Ile



Sequence-Listing

Thr Ser Leu Gly Leu Arg Ser Leu Lys Glu ITe Ser Asp Gly Asp val
835 840 845

Ile I1e ser Gly Asn Lys Asn Leu Cys Tyr Ala Asn Thr Ile Asn Trp
850 855 860

Lys Lys Leu Phe Gly Thr Ser Gly GIn Lys Thr Lys Ile Ile Ser Asn
865 870 875 880

Arg Gly Glu Asn Ser Cys Lys Ala Thr Gly GlIn val Cys His Ala Leu
885 890 895

Cys Ser Pro Glu Gly Cys Trp Gly Pro Glu Pro Arg Asp val Ser

Cys
900 905 910

Cys Arg Asn val Ser Arg Gly Arg Glu Cys val Asp Lys Cys Asn Leu
915 920 925

Leu Glu Gly Glu Pro Arg Glu Phe val Glu Asn Ser Glu Cys Ile Gln
930 935 940

Cys His Pro Glu Cys Leu Pro Gln Ala Met Asn Ile Thr Cys Thr Gly
945 950 955 960

Arg Gly Pro Asp Asn Cys Ile Gin Cys Ala His Tyr Ile Asp Gly Pro
965 970 975

His Cys val Lys Thr Cys pro Ala Gly val Met Gly Glu Asn Asn Thr
980 985 990

Leu val Trp Lys Tyr Ala Asp Ala Gly His val Cys His Leu Cys His
995 1000 1005

Pro Asn Cys Thr Tyr Gly Cys Thr Gly Pro Gly Leu Glu Gly Cys
1010 1015 1020

Pro Thr Asn Gly Pro Lys Ile Pro Ser Ile Ala Thr Gly Met val
1025 1030 1035

Gly Ala Leu Leu Leu Leu Leu Vval val Ala Leu Gly 1Ile Gly Leu
1040 1045 1050

Phe Met
1055

<210> 45

<211> 10015

<212> DNA

<213> Artificial Sequence

<220> )
<223> sSynthetic
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<400> 45
gttagaccag

tcaataaagc
taactagaga
aacagggact
gctgaagege
actagcggag
attagatcga
acatatagta
aacatcagaa
agaagaactt
agagataaaa
gaaaaaagca
ccctatagtg
aaatgcatgg
ttcagcatta
gggacatcaa
agagaagagt
tcttgggage
gacaattatt
aacagcatct
ctgtggaaag
tcatttgcac
aagaaaaggg
agacatacaa
ttacagggac
aggcgrtitg
gcgcacatcg
ctagagaagg
tcccgagggt
caacgggttt
cgeeegecge
cgcetgtggt
accgggectt

atctgagect
ttgccttgag
tcecteagac
tgaaagcgaa
gcacggcaag
gctagaagga
tgggaaaaaa
tgggcaagca
ggctgtagac
agatcattat
gacaccaagg
cagcaagcag
cagaacatcc
gtaaaagtag
tcagaaggag
gcagccatgce
ggtgcagaga
agcaggaagc
gtctggtata
gttgcaactc
atacctaaag
cactgctyty
gggattgggg
actaaagaat
agcagagatc
cgctgettey
cccacagtec
tggcgegggg
gggggagaac
gccgecagaa
cctacctgag
gcctecctgaa

tgtceggege

gggagctctce
tgcttcaagr
ccttttagte
agggaaacca
aggcgagggg
gagagatggg
ttcggttaag
gggagctaga
aaatactggg
ataatacagt
aagctttaga
cagctgacac
aggggcaaat
tagaagagaa
ccaccecaca
aaatgttaaa
gaaaaaagag
actatgggcg
gtgcagcagc
acagtctggg
gatcaacagc
ccttggatet
ggtacagtgc
tacaaaaaca
cagtttgggg
cgaggatctg
ccgagaagtt
taaactggga
cgtatataag
cacagctgaa
gccgecatec
ctgcgtcege

tccettggag

Sequence-Listing

tggctaacta
agtgtgtgcc
agtgtggaaa
gaggagctct
cggcgactgg
tgcgagagcg
gccaggggga
acgattcgea
acagctacaa
agcaaccctc
caagatagag
aggacacagc
ggtacatcag
ggctttcage
agatttaaac
agagaccatc
cagtgggaat
cagcgtcaat
agaacaattt
gcatcaagea
tcctggggat
acaaatggca
aggggaaaga
aattacaaaa
atcaattgca
cgatcgctcee
§99999agg9g
aagtgatgtc
tgcagtagtc
gcticgaggg
acgceggtty
cgtctaggta
cctacctaga
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gggaacccac
cgtectgrtge
atctctagea
ctcgacgcag
tgagtacgcc
tcagtattaa
aagaaaaaat
gttaatccty
ccatcccttce
tattgtgtgc
gaagagcaaa
aatcaggtca
gccatatcac
ccagaagtga
accatgctaa
aatgaggaag
aggagctttg
gacgctgacg
gctgagggct
gctccaggea
ttggggttgc
gtattcatcc
atagtagaca
attcaaaatt
tgaagaatct
ggtgcecegtce
gtcggcaatt
gtgtactggc
gccgtgaacg
gctegeatet
agtecgegtte
agtttaaagc

ctcagecggce

tgcttaagec
gtgactctgg
gtggcgececyg
gactcggett
aaaaattttyg
gcgggggaga
ataaattaaa
gcctgttaga
agacaggatc
atcaaaggat
acaaaagtaa
gccaaaatta
ctagaacttt
tacccatgtt
acacagtggg
ctgcaggcaa
ttccttgggt
gtacaggcca
attgaggegce
agaatcctgg
tctggaaaac
acaattttaa
taatagcaac
ttcgggttta
gcttagggtt
agtgggcaga
gaaccggtgce
tccgectttt
ttettttteg
ctcctteacy
tgeegectec
tcaggtcgag

tctccacget

60
120
180
240
300
360
420
480
540
600
660
720
780
840
900
960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680

1740

1800

1860

1920

1980



ttgcctgacc
cagatccaag
.gacaagcctg
gaaagagtcc
cagcggcagce
actggaatgg
aggcecggttc
caccgacgac
caacatctgg
tggaggaagt
tggcgeegty
cctggectgg
caacctggec
cctgaccatc
gggcaacgtg
accgeectge
cceceeccaag
ggtggacgtyg
agtgcacaac
gtctgtgctg
gtccaacaag
tcgegagecc
gtccctgacc
caacggccag
cttcttecty
tagctgeage
gtccetgggce
cctgetggty
gtatatattc
tagctgecga
aagcgeegac
gggcagaagg
cggcaagcct

gatggccgag

ctgcttgcte
ctgtgaccgg
ctgctgtgcg
gagggcgacc
gacatcaacg
atcggcttca
accatcagcc
accgccacct
ggccctggea
ggcggcggag
ggcggcaccyg
ttccagcaga
agcggegtge
tceggegtge
tcctacagaa
ccececttgec
cccaaggaca
agccaggaag
gccaagacca
accgtgctge
ggcctgecca
caggtgtaca
tgcctggtoa
cctgagaaca
tacagccggce
gtgatgcacg
aagatgttct
acagtggcect
aaacaaccat
tttccagaag
gceccctgect
gaagagtacg
¢ggcggaaga

gcctacageg

aactctacgt
cgcctacgge
agctgeececa
tggtcacacc
actaccccat
tcaacagegg
ggaccagcac
acttttgege
ccctggtcac
gatccgaget
tgaccatcaa
agcccggeca
caagcagatt
agagagagga
ccagettegg
ctgccceecga
ccctgatgat
atcccgaggt
agcccagaga
accaggactg
gcagcatcga
ccctgectece
agggcttcta
actacaagac
tgaccgtgga
aggeccctgea
gggtgctggt
tcatcatctt
ttatgagacc
aagaagaagg
accagcaggg
acgtcctgga
acccccagga

agatcggcat

Sequence-Listing

ctttgtttcg
tagcgaattc
cceegeettt
agccggeaac
ctcttgggtc
cggcagceact
caccgtggac
cagaggctac
aatctctage
ggtcatgacc
ttgccaggec
gceeeccacc
cagcggceage
cgecgetacc
cggaggtact
gttecctggge
cagcecggacc
ccagttcaat
ggaacagttc
gctgaacgge
aaagaccatc
ctcccaggaa
ccecagegac
cacccctece
caagagccgyg
caaccactac
ggtggtgggc
ttgggtgaaa
agtacaaact
aggatgtgaa
ccagaatcag
taagcggaga
aggcctgtat
gaagggcgag
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ttttctgttce
gccaccatgce
ctgctgatcc
ctgaccctga
cgcecaggcete
tggtacgcca
ctgaagatga
agcacctact
g9gcggaggcyg
cagaccceca
agccagagca
ctgctgatct
agatctggca
tattactgcc
gaggtggtcyg
ggacccagcg
cccgaggtga
tggtacgtyg
aacagcacct
aaagaataca
agcaaggecea
gagatgacca
atcgeegtgg
gtgctggaca
tggcaggaag
acccagaaga
ggggtgctgg
cggggcagaa
actcaagagg
ctgcgggtga
ctgtacaacg
ggcegggacc

aacgaactgce

€ggaggcgyay

tgcgecgtta
tgctgetggt
cccagagegt
cctgtaccgce
ctggcaaggg
gctgggtcaa
caagcctgac
acggcgactt
gcagcggagg
gcagcacatc
tcgacagcaa
acagagcctc
ccgagtacac
tgggcggcgt
tcaaatacgg
tgttcctgtt
cctgegtggt
acggegtgga
accgggtggt
agtgcaaggt
agggccagec
agaaccaggt
agtgggagag
gcgacggcag
gcaacgtctt
gcctgagect
cctgctacag
agaaactect
aagatggctg
agttcagcag
agctgaacct
Ctgagatggg
agaaagacaa

gcaagggccea

2040
2100
2160
2220
2280
2340
2400
2460
2520
2580
2640
2700
2760
2820
2880
2940
3000
3060
3120
3180
3240
3300
3360
3420
3480
3540
3600
3660
3720
3780
3840
3900
3960
4020



cgacggectyg
gcaggcectg
cggtgacgtg
ctgtgagtta
tattggtgaa
ctgcacctcc
cacacatact
cacagggttt
gaacctagaa
cagcctgaac
gataatttca
tgggacctce
cacaggccag
ggactgcgtc
tctggagggt
gtgcectgect
gtgtgcccac
agaaaacaac
tccaaactgce
taagatcccg
cctggggatce
atcaagctta
cttaactatg
gctattgett
ctttatgadgg
gacgcaaccc
gctttececc
acaggggcetc
tttecttgge
gtcecctrtegg
cctettecge
ccgeatcgat
gatcttagcc

agacaagatc

tatcagggcec
cccccaagge
gaggagaatc
ccacacccag
tttaaagact
atcagtggcg
ccteetetgy
ttgctgattc
atcatacgcg
ataacatcct
ggaaacaaaa
ggtcagaaaa
gtctgccatg
tcttgecgga
gagccaaggg
caggccatga
tacattgacg
accctggtct
acctacggat
tccatecgeca
ggcctettea
tcgataatca
ttgctecttt
cccgtatgge
agttgtggec
ccactggtty
tcectattge
ggctgttggg
tgctcgectyg
ccctcaatcec
gtcttegect
accgtegact
actttttaaa

tgectttttge

tcgaggacgg
ccggeectag
cattcctect
cactctccat
atctccacat
atccacagga
aggcttggec
gcaggaccaa
tgggattacg
atttgtgcta
ccaaaattat
ccttgtgetce
atgtcagecg
agtttgtgga
acatcacctg
gceccecactg
ggaagtacgc
gcactgggcc
ctgggatggt
tgtgagcgge
acctctggat
tacgctatgt
tttcattttc
cgttgtcagg
gggcattgec
cacggcggaa
cactgacaat
tgttgccace
agcggacctt
tcgeecteag
agccgtacct

agaaaagggg
ctgtactggg

Sequence-Listing
tgtccaccge caccaaggat acctacgacg

¢ggagagggc
gatgcttctc
gatcccacge
aaatgctacg
cctgeeggty
actggatatt
tgaaaacagyg
gcaacatggt
ctcectcaag
tgcaaataca
aagcaacaga
ccccgaggge
aggcagggaa
gaactctgag
cacaggacgg
cgtcaagacc
agacgccgge
aggtcttgaa
gggggccctc
cgctctagac
tacaaaattt
ggatacgctg
tcctecttgt
caacgtggcg
accacctgtce
ctcatcgecg
tcegtygtgt
tggattctge
cctteecgeg
acgagtcgga
ttaagaccaa

ggactggaag
tctectctggt

agaggaagtc
ctggtgacaa
aaagtgtgta
aatattaaac
gcatttaggg
ctgaaaaccyg
acggacctec
cagttttcte
gagataagtg
ataaactgga
ggtgaaaaca
tgctggggec
tgcgtggaca
tgcatacagt
ggaccagaca
tgcccggeag
catgtgtgcc
ggctgtccaa
ctcttgetge
ccgggcetgea
gtgaaagatt
ctttaatgcec
ataaatcctyg
tggtgtgcac
agctectttce
cctgeettge
tgtcggggaa
gcgggacgtc
gcctgetgec
tctececectttg
tgacttacaa
ggctaattca

tagaccagat
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ccctgeacat
ttctaacatg
gcecttetget
acggaatagg
acttcaaaaa
gtgactcctt
taaaggaaat
atgcctttga
ttgcagtcgt
atggagatgt
aaaaactgtt
gctgcaaggc
cggagcccag
agtgcaacct
gcecacccaga
actgtatcca
gagtcatggg
acctgtgcca
cgaatgggcece
tggtggtggc
ggaattcgat
gactggtatt
tttgtatcat
gttgctgtct
tgtgtttget
cgggactttc
ccgcetgetgg
atcatcgtcc
cttectgetac
ggctctgegg
ggcecgeetee
ggcagctgta
ctcccaaaga

ctgagcctgg

4080
4140
4200
4260
4320
4380
4440
4500
4560
4620
4680
4740
4800
4860
4920
4980
5040
5100
5160
5220
5280
5340
5400
5460
5520
5580
5640
5700
5760
5820
5880
5940
6000
6060



gagctctcetg
cttcaagtag
ttttagtcag
cctcgagggg
ccgtegtttt
cagcacatcc
cccaacagtt
attcgegtta
aatcccttat
caagagtcca
gggcgatggce
taaagcacta
ggcgaacgtg
aagtgtagceg
gggcgcegrca
ctaaatacat
atattgaaaa
tgcggeattt
tgaagatcag
ccttgagagt
atgtggegeg
ctattctcag
catgacagta
cttacttctg
ggatcatgta
cgagcgtgac
cgaactactt
tgcaggacca
agccggtgag
ccgtatcgta
gatcgctgag
atatatactt
cctttttgat

agaccccgta

gctaactagy
tgtgtgeecg
tgtggaaaat
gggceccggta
acaacgtcgt
ccctttegee
gcgeagectg
aatttttgtt
aaatcaaaag
ctattaaaga
ccactacgtg
aatcggaacc
gcgagaaagg
gtcacgctge
ggtggcactt
tcaaatatgt
aggaagagta
tgccttectg
ttgggtgcac
tttecgeeceg
gtattatcce
aatgacttgg
agagaattat
acaacgatcg
actcgccttg
accacgatgc
actctagctt
cttctgeget
cgtgggtcte
gttatctaca
ataggtgcct
tagattgatt
aatctcatga

gaaaagatca

gaacccactg
tctgttgtgt
ctctagcaga
cccaattege
gactgggaaa
agctggegta
aatggcgaat
aaatcagctc
aatagaccga
acgtggactc
aaccatcacc
ctaaagggag
aagggaagaa
gcgtaaccac
ttcggggaaa
atccgcteat
tgagtattca
tttttgctca
gagtgggtta
aagaacgttt
gtattgacgce
ttgagtactc
gcagtgctge
gaggaccgaa
atcgttggga
ctgtagcaat
ceccggeaaca
cggcecttec
gcggtatcat
<gacggggag
cactgattaa
taaaacttca
ccaaaatccec

aaggatcttc

Sequence-Listing

cttaagcctce
gactctggta
attcgatatc
cctatagtga
accctggegt
atagcgaaga
ggaaattgta
attttttaac
gatagggttg
caacgtcaaa
ctaatcaagt
cccecgattt
agcgaaagga
cacacccgec
tgtgcgegga
gagacaataa
acatttcecgt
cccagaaacg
catcgaactg
tccaatgatg
cgggcaagag
accagtcaca
cataaccatg
ggagctaacc
accggagcetg
ggcaacaacg
attaatagac
ggctggetgg
tgcagcactyg
tcaggcaact
gcattggtaa
tttttaattt
ttaacgtgag

ttgagatcct

aataaagctt
actagagatc
aagcttatcyg
gtcgtattac
tacccaactt
ggceecgeace
agcgttaata
caataggccg
agtgttgttc
gggcgaaaaa
tttttggggt
agagcttgac
gcgggcegcta
gcgcttaatg
acccctattt
ccctgataaa
gtcgecctta
ctggtgaaag
gatctcaaca
agcactttta
caactcggtc
gaaaagcatc
agtgataaca
gctrtrttge
aatgaagcca
ttgcgcaaac
tggatggagg
tttattgcty
gggccagatg
atggatgaac
ctgtcagacc
aaaaggatct
ttttecgttcc

trttttctge
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gccttgagty
cctecagacce
ataccgtcga
aattcactgyg
aatcgecettyg
gatcgeectt
ttttgttaaa
aaatcggcaa
cagtttggaa
ccgtetatca
cgaggtgccg
ggggaaagcc
gggcgetgge
cgccgetaca
gtttattttt
tgcttcaata
ttceccttitt
taaaagatgc
gcggtaagat
aagttctget
gcecgeataca
ttacggatgg
ctgcggecaa
acaacatggg
taccaaacga
tattaactgg
cggataaagt
ataaatctgg
gtaagccctc
gaaatagaca
aagtttactc
aggtgaagat
actgagcgtc

gcgtaatctyg

6120
6180
6240
6300
6360
6420
6480
6540
6600
6660
6720
6780
6840
6900
6960
7020
7080
7140
7200
7260
7320
7380
7440
7500
7560
7620
7680
7740
7800
7860
7920
7980
8040
8100



ctgcttgcaa
accaactctt
tctagtgtag
cgctetgeta
gttggactca
gtgcacacag
gctatgagaa
cagggtcgga
tagtcctgtce
ggggcggagce
ctggectttt
taccgeettt
agtgagcgag
gattcattaa
cgcaattaat
ggctecgtaty
ccatgattac
ccgeggtgge
ctecegeceat
taattttttt
agtgaggagg
ctcatgtcca
aattacgggg
aaatggecccg
tgttcccata
gtaaactgcc
cgtcaatgac
tcctacttgyg
gcagtacatc
cattgacgtc
taacaactcc
agcectcaga
<210>

<211>
<212>

46
945

PRT

acaaaaaaac
tttccgaagy
ccgtagttag
atcctgttac
agacgatagt
cccagettyg
agcgceacgce
acaggagagc
gggtttcgee
ctatggaaaa
gctcacatgt
gagtgagctg
gaagcggaag
tgcagetgge
gtgagttagc
ttgtgtggaa
gccaagcteg
ggcctcgagg
ccecgececta
tatttatgca
cttttttgga
acattaccgc
tcattagttc
cctggetgac
gtaacgccaa
cacttggcag
ggtaaatggc
cagtacatct
aatgggcgty
aatgggagtt
gccccattga

teectgeatat

caccgctacc
taactggcett
gccaccactt
cagtggctgc
taccggataa
agcgaacgac
ttcccgaagg
gcacgaggga
acctctgact
acgccagcaa
tctttectge
ataccgctcg
agcgcccaat
acgacaggtt
tcactcatta
ttgtgagcgg
aaattaaccc
tcgagatccg
actcecgeeca
gaggccgagg
ggcctagget
catgttgaca
atagcccata
cgcccaacga
tagggacttt
tacatcaagt
ccgectggea
acgtattagt
gatagcggtt
tgttttggeca
cgcaaatggy

aagcagcetge

Sequence-Listing

agcggtogtt
cagcagagceg
caagaactct
tgccagtggce
ggcgcagegg
ctacaccgaa
gagaaaggcg
gcttccaggy
tgagcgtcga
cgcggeettt
gttatccect
ccgcagecega
acgcaaaccg
tccecgactgg
ggcaccccag
ataacaattt
tcactaaagg
gtcgaccagc
gttccgeeca
cecgeetegge
tttgcaaaaa
ttgattattg
tatggagttc
ccceegeeca
ccattgacgt
gtatcatatg
ttatgcecag
catcgctatt
tgactcacgy
ccaaaatcaa
cggtaggegt
tttttgectg

tgtttgcegg
cagataccaa
gtagcaccgce
gataagtcgt
tcgggctgaa
ctgagatacc
gacaggtatc
ggaaacgcct
tttttgtgat
ttacggttcc
gattctgtgg
acgaccgagc
cctetececg
aaagcgggcea
gctttacact
cacacaggaa
gaacaaaagc
aaccatagtc
ttcteegece
ctctgagcta
gcttcgacgy
actagttatt
cgcgttacat
ttgacgtcaa
Caatgggtgg
ccaagtacgc
tacatgacct
accatggtga
ggatttccaa
cgggactttc
gtacggaatt

tactgggtct
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atcaagagct
atactgttct
ctacatacct
gtcttaccgg
€ggggggttc
tacagcgtga
cggtaagcgg
ggtatcttta
gctegtcagy
tggccttttg
ataaccgtat
gcagcgagtc
cgcgttggec
gtgagcgcaa
ttatgcttece
acagctatga
tggagctcca
ccgcecctaa
catggctgac
ttccagaagt
tatcgattgg
aatagtaatc
aacttacggt
taatgacgta
agtatttacg
cccctattga
tatgggactt
tgcggttrttg
gtctccacce
caaaatgtcg
cggagtggeg
ctctg

8160
8220
8280
8340
8400
8460
8520
8580
8640
8700
8760
8820
8880
8940
9000
9060
9120
9180
9240
9300
9360
9420
9480
9540
9600
9660
9720
9780
9840
9900
9960
10015



<213>

<220>
<223>

<400>

Artificial Sequence

Synthetic

46

Met Leu Leu

1

Ala

val

Asp

Gly

65

Ala

val

Phe

Pro

Glin

Pro

Ser

Thr

225

Cys

Phe

Thr

Ile

50

Leu

Ser

Asp

cys

Pro

130

Gly

Ser

Ala

Gly

Leu

Leu

Pro

35

Asn

Glu

Trp

Leu

Ala

115

Gly

Gly

Ser

Ser

Gln

195

val

Thr

Gly

Leu

Leu

20

Ala

Asp

Trp

val

Lys

100

Arg

Thr

Ser

Thr

Gin

180

Pro

Pro

Ile

Gly

val

Ile

Gly

Tyr

Ile

LYS

Met

Gly

Leu

Gly

Ser

165

Ser

Pro

Ser

Ser

val

Thr

Pro

Asn

Pro

Gly

70

Gly

Thr

Tyr

val

Gly

Ile

Thr

Arg

Gly

Gly

Ser

Gln

Leu

Ile

55

Phe

Arg

Ser

Ser

Thr

135

Gly

Ala

Asp

Leu

Phe

215

val

Asn

Leu

Ser

Thr

40

Ser

Ile

Phe

Leu

Thr

120

Ile

Gly

val

Ser

Leu

200

Ser

Gin

val

Sequence-Listing

Leu

val

25

Leu

Trp

Asn

Thr

Thr

105

Tyr

Ser

Ser

Gly

Asn

185

Ile

Gly

Arg

Ser

Leu

10

Lys

Thr

val

Ser

Ile

90

Thr

Tyr

ser

Glu

Tyr

Ser

Glu

Cys

Glu

Cys

Arg

Gly

75

Ser

Asp

Gly

Gly

Leu

155

Thr

Ala

Arg

Arg

Asp
235

Glu

Ser

Thr

Gln

60

Gly

Arg

ASp

Asp

Gly

140

val

val

Trp

Ala

Ser

220

Ala

Tyr Arg Thr
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Leu

Glu

Ala

45

Ala

Ser

Thr

Thr

Phe

125

Gly

Met

Thr

phe

Ser

205

Gly

Ala

Ser

Pro

Gly

30

Ser

Pro

Thr

Ser

Ala

110

Asn

Gly

Thr

Ile

Gln

190

Asn

Thr

Thr

Phe

His

15

Asp

Gly

Gly

Trp

Thr

95

Thr

Ile

Ser

Glin

Asn

175

Gln

Leu

Glu

Tyr

Gly

Pro
l.eu
Ser
LYyS
Tyr
80

Thr
TYr
Trp
Gly
Thr
160

Cys

Lys

Tyr

Tyr
240

Gly



Gly

Pro

Ser

Gly

Gin

Asn

Leu

Gin

Gly

TYr

465

Arg

Met

Glu

Thr

Cys

Gln

290

Gly

Pro

Ser

Glu

His

370

val

Thr

Leu

Glu

cys

Gin

Glu

Gly

Leu

Glu

Pro

275

Glu

Phe

Glu

Phe

Leu

val

Tyr

-

435

Glu

Gln

Glu

Gly

Gln

val

260

Gly

Glu

Tyr

Asn

Phe

340

Asn

Thr

val

Ala

Ile

420

Asp

l.eu

Gly

Tyr

Lys

500

LysS

245

val

Glin

Met

Pro

Asn

325

Leu

val

Gln

val

Phe

405

Phe

Gly

Arg

Glin

Asp

val

Pro

Thr

Ser

310

Tyr

Tyr

Phe

Lys

val

390

Ile

Lys

Cys

val

Asn

470

val

Arg

Lys

Lys

Arg

Lys

Asp

Lys

Ser

Ser

Ser

375

Gly

Ile

Gln

ser

Leu

Arg

Met

Glu

Glu

280

Asn

ITe

Thr

Arg

Ccys

360

Leu

Gly

Phe

Pro

Cys

440

Phe

Leu

ASp

Lys

Ala

Sequence-Listing

250

Ser Lys Tyr Gly Pro

265

Pro

Gin

Ala

Thr

Leu

345

Ser

Ser

val

Trp

Phe

425

Arg

Ser

Tyr

Lys

Asn

505

Glu

Gln

val

val

Pro

330

Thr

val

Leu

Leu

val

410

Met

Phe

Arg

Asn

val

Ser

Glu

315

Pro

val

Met

Ser

Ala

395

Lys

Arg

Pro

Ser

Glu

475

Arg

G1In

Tyr

Leu

300

Trp

val

AsSp

His

Leu

380

Cys

Arg

Pro

Glu

Ala

460

Leu

Gly

Glu

Ala Tyr Ser
Page 58

Thr

285

Thr

Glu

Leu

Lys

Glu

365

Gly

Tyr

Gly

val

Glu

445

Asp

Asn

Arg

Gly

Pro

270

Leu

Cys

ser

ASp

Ser

350

Ala

Lys

Ser

Arg

Gln

430

Glu

Ala

Leu

Asp

Leu

510

Ile

255

Cys

Pro

lLeu

Asn

ser

335

Arg

L.eu

Met

Leu

Lys

Thr

Glu

Pro

Gly

Pro

495

Tyr

Gly

Pro

Pro

val

AsSp

Trp

His

Phe

Leu

400

Lys

Thr

Gly

Asn

Met



Lys

L.eu

545

Leu

Thr

val

Ile

Ser

625

Ser

Ser

Lys

Glu

ASD

Asn

Ser

Ala

Pro

Cys

Thr

Pro

610

Leu

Ile

phe

Thr

AsSn

690

Arg

Ile

val

Trp

Asn

770

ey

515

Glu

Thr

Pro

Gly

Ser

595

Arg

Ser

Ser

Thr

val

675

Arg

Thr

Thr

Ile

Arg

Cys

Arg

Ala

Arg

Lys

Ile

Gly

His

660

Lys

Thr

Lys

Ser

Ile

740

Lys

Gly

ser

Arg

Thr

Leu

565

val

Leu

val

AsSn

Glu

Asp

Gin

Leu

725

Ser

Leu

Glu

Pro

Arg

Lys

550

Glu

Glu

Leu

cys

Ala

630

Leu

Pro

Ile

Leu

His

710

Gly

Gly

Phe

Asn

Glu

Gly

ASp

Gly

Glu

Cys

Asn

615

Thr

His

Pro

Thr

His

695

Gly

Leu

Asn

Gly

Ser

775

Gly

520

Lys

Thr

Gly

Asn

Glu

600

Gly

Asn

Ile

feu

Gin

Arg

Lys

Thr

760

cys

cys

Sequence-Listing

525

Gly His Asp Gly Leu
540

Tyr

Gly

Pro

585

Leu

Ile

Ile

Leu

phe

Phe

Ser

Asn

745

Ser

Lys

Irp

ASp

Glu

570

Gly

Pro

Gly

Lys

Pro

650

Pro

Leu

Glu

Ser

Leu

730

Leu

Gly

Ala

Ala

555

Gly

Pro

His

Ile

val

Gin

Leu

Asn

Leu

715

Lys

Cys

GlIn

Thr

Leu

Arg

Arg

Pro

Ala

Glu

Ile

Leu

700

Ala

Glu

Tyr

Lys

Gly
780

Gly Pro Glu
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His

Gly

Met

Ala

605

Glu

Lys

Phe

l.eu

Glin

685

Glu

val

Ile

Ala

Thr

765

GIn

Pro

Tyr

Met

Ser

Leu

590

Phe

Phe

Ash

Arg

Ile

val

ser

Asn

750

Lys

val

Arg

Gln

Gin

Leu

575

Leu

Leu

Lys

Cys

Gly

Ile

Trp

Ile

Ser

AsSp

735

Thr

Ile

Cys

Asp

Gly

Ala

560

Leu

Leuy

Leu

Asp

Thr

640

Asp

Leu

Pro

Arg

Leu

720

Gly

Ile

Ile

His

Cys



785

val

Asn

Ile

Thr

Cys

cys

Gly

Met
945

ser

Leu

Gin

Pro

Thr

His

Pro

Ala
930

<210>
<211>
<212>

<213>

<220>
<223>

<400>

gttagaccag atctgagcect

Cys
Leu
Cys
835
Arg
His
Leu
Pro
Thr

915

Leu

47
9685
DNA

Synthetic

47

tcaataaagc

taactagaga

aacagggact

gctgaagege

actagcggag

attagatcga

acatatagta

Arg

Glu

820

His

Gly

Cys

val

Asn

900

Asn

Leu

Asnh
805
Gly
Pro

Pro

val

cys

Gly

Leuy

ttgccttgag
tcectcagac
tgaaagcgaa
gcacggcaag
gctagaagga
tgggaaaaaa

tgggcaagca

790

val

Glu

Glu

AsSp

Lys

Lys

Thr

Pro

Leu

ser

Pro

Cys

Asn

855

Thr

Tyr

Tyr

Lys

Leu
935

Artificial sequence

Arg

Arg

Leu

840

Cys

Cys

Ala

Gly

Ile

920

val

gggagctcte
tgcttcaagt
ccttrtagte
agggaaacca
aggcgagygyg
gagagatggg
ttcggttaag
gggagctaga

Sequence-Listing
795

Gly Arg Glu Cys val
810

Glu

825

Pro

Tle

Pro

ASp

cys

905

Pro

val

Phe

Gin

Glin

Ala

Ala

890

Thr

Ser

Ala

val

Ala

Cys

Gly

Gly

Gly

Ile

Leu

tggctaacta

agtgtgtgcce

agtgtggaaa

gaggagcetet

cggcgactgg
tgcgagageg
gccaggggga
acgattcgca

Glu

Met

Ala

860

val

His

Pro

Ala

Gly

Asn

Asn

845

His

Met

val

Gly

Thr

925

Ile

Asp

Ser

830

Ile

Tyr

Gly

Cys

Leu

910

Gly

Gly

gggaacccac

cgtctgttgt

atctctagca

ctcgacgceag

tgagtacgcece

tcagtattaa

aagaaaaaat

gttaatccty

Page 60

Lys

815

Glu

Thr

Ile

Glu

His

895

Glu

Met

Leu

800

Cys

Cys

Cys

Asp

Asn

880

f.eu

Gly

val

Phe

tgcttaagcec
gtgactctgg
gtggcgeccg
gactcggett
aaaaattttg
gcgggggaga
ataaattaaa

gcetgttaga

60
120
180
240
300
360
420
480



aacatcagaa
agaagaactt
agagataaaa
gaaaaaagca
ccctatagtg
aaatgcatgg
ttcagcatta
gggacatcaa
agagaagagt
tcttgggage
gacaattatt
aacagcatct
ctgtggaaag
tcatttgcac
aagaaaaggg
agacatacaa
ttacagggac
aggcgttttg
gcgcacatcg
ctagagaagg
tcecgagggt
caacgggttt
cgceegeege
cgcectgtggt
accgggectt
ttgcctgacc
cagatccaag
gacaagcctg
gaaagagtcc
cagcggceage
actggaatgg
aggccggtte
caccgacgac

caacatctgg

ggctgtagac
agatcattat
gacaccaagg
cagcaagcag
cagaacatcc
gtaaaagtag
tcagaaggag
gcagccatgce
ggtgcagaga
agcaggaagc
gtctggtata
gttgcaactc
atacctaaag
cactgctgtg
gggattgggg
actaaagaat
agcagagatc
cgctgetteg
cccacagtec
tggcgcgggy
gggggagaac
gccgcecagaa
cctacctgag
gcctectgaa
tgtecggege
ctgcttgetc
ctgtgaccgg
ctgctgtgeg
gagggcgacc
gacatcaacg
atcggcttca
accatcagcec
accgccacct

ggccctggca

aaatactggg
ataatacagt
aagctttaga
cagctgacac
aggggcaaat
tagaagagaa
ccaccccaca
aaatgttaaa
gaaaaaagag
actatgggcy
gtgcagcagce
acagtctggg
gatcaacagc
ccttggatct
ggtacagtgc
tacaaaaaca
cagtttgggy
cgaggatctg
ccgagaagtt
taaactggga
cgtatataag
cacagctgaa
gcecgecatcec
ctgcgtecge
tcecttggag
aactctacgt
cgcectacgge
agctgeccca
tggtcacacc
actaccccat
tcaacagcgg
ggaccagceac
acttttgcge

ccctggteac

Sequence-Listing

acagctacaa
agcaaccctc
caagatagag
aggacacagc
ggtacatcag
ggctttcagce
agatttaaac
agagaccatc
cagtgggaat
cagcgtcaat
agaacaattt
gcatcaagea
tcectggggat
acaaatggca
aggggaaaga
aattacaaaa
atcaattgca
cgatcgcetcec
9999994999
aagtgatgtc
tgcagtagtc
gcttcgaggg
acgccggtty
cgtctaggta
cctacctaga
ctttgtttcg
tagcgaattc
ceceegecttt
agccggeaac
ctcttgggte
cggcagcact
caccgtggac
cagaggctac

aatctctage

ccatcectte
tattgtgtge
gaagagcaaa
aatcaggtca
gccatatcac
ccagaagtga
accatgctaa
aatgaggaag
aggagctttg
gacgctgacg
gctgagggcet
gctecaggea
ttggggttgc
gtattcatcc
atagtagaca
attcaaaatt
tgaagaatct
ggtgcccgtc
gtcggcaatt
gtgtactggc
gccgtgaacg
gctcgcatct
agtcgegttc
agtttaaagc
ctcagcecggce
Ttttctgttc
gccaccatgce
ctgctgatcc
ctgaccctoa
cgccaggcetce
tggtacgcca
ctgaagatga
agcacctact

ggcggaggceg
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agacaggatc
atcaaaggat
acaaaagtaa
gccaaaatta
ctagaacttt
tacccatgtt
acacagtggg
ctgcaggcaa
tteccttgggt
gtacaggcca
attgaggege
agaatcctgyg
tctggaaaac
acaattttraa
taatagcaac
ttcgggttta
gcttagggtt
agtgggcaga
gaaccggtgce
tecgeetttt
ttcttttteg
ctcettecacyg
tgcegectcc
tcaggtcgag
tctecacycet
tgcgeegtta
tgctgetggt
cccagagegt
cctgtaccgce
ctggcaaggg
gctgggtcaa
caagcctgac

acggcgactt

gcagcggagg

540
600
660
720
780
840
900
960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680

1740

1800

1860

1920

1980

2040

2100

2160

2220

2280

2340

2400

2460

2520



tggaggaagt
tggcgeegty
cctggectgy
caacctggcece
cctgaccatce
gggcaacgtg
accgeecctge
ctcccaggaa
cceccagegac
caccectecce
caagagccgyg
caaccactac
ggtggtgggc
ttgggtgaaa
agtacaaact
aggatgtgaa
ccagaatcag
taagcggaga
aggcectgtat
gaagggcgag
caccaaggat
€ggagagggc
gatgcttcte
gatcccacge
aaatgctacg
cctygccggtyg
actggatatt
tgaaaacagg
gcaacatggt
ctcecctcaag
tgcaaataca
aagcaacaga
cceccgaggge

aggcagggaa

9gcggeggag
ggcggcaccyg
ttccagcaga
agcggegtge
tccggegtge
tcctacagaa
cccecttgec
gagatgacca
atcgccgtgg
gtgctggaca
tggcaggaag
acccagaaga
ggggtgctgy
€ggggcagaa
actcaagagg
ctgcgggtga
ctgtacaacg
ggccgggacc
aacgaactgc
cggaggcggy
acctacgacg
agaggaagtc
ctggtgacaa
aaagtgtgta
aatattaaac
gcatttaggg
ctgaaaaccg
acggacctcc
cagttttcte
gagataagtg
ataaactgga
ggtgaaaaca

tgctggggec
tgcgtggaca

gatccgagct
tgaccatcaa
agccecggeca
caagcagatt
agagagagga
ccagcettegg
ctggccagec
agaaccaggt
agtgggagag
gcgacggcag
gcaacgtctt
gcctgagect
cctgctacag
agaaactcct
aagatggctg
agttcagcag
agctgaacct
ctgagatggg
agaaagacaa
gcaagggcca
ccctgeacat
ttctaacatg
gccttetget
acggaatagg
acttcaaaaa
gtgactcctt
taaaggaaat
atgcctttga
ttgcagtcgt
atggagatgt
aaaaactgtt
gctgcaaggce
cggagcccag

agtgcaacct

ggtcatgacc
ttgccaggec
geceececcacc
cagcggcagce
cgcegetace
cggaggtact
tcgegagecec
gtcecctgacce
caacggccag
cttcttecty
tagctgcagce
gtcecctggge
cctgetggty
gtatatattc
tagctgccga
aagcgccgac
gggcagaagg
cggcaagcct
gatggccgag
cgacggccty
gcaggeccty
cggtgacgtg
ctgtgagtta
tattggtgaa
ctgcacctcc
cacacatact
cacagggttt
gaacctagaa
cagcctgaac
gataatttca
tgggacctcc
cacaggccag
ggactgcgtce
tctggagggt
Page 62

Sequence-Listing

cagaccccca
agccagagca
ctgctgatct
agatctggca
tattactgcc
gaggtggteg
caggtgtaca
tgcectggtga
cctgagaaca
tacagccggc
gtgatgcacg
aagatgttct
acagtggcect
aaacaaccat
tttccagaag
gccectgect
gaagagtacg
€ggcggaaga
gcctacageg
tatcagggcec
ccecccaaggce
gaggagaatc
ccacacccag
tttaaagact
atcagtggcg
cctectctgg
ttgctgattc
atcatacgcg
ataacatcct
ggaaacaaaa
ggtcagaaaa
gtctgccatg
tcttgecgga

gagccaaggg

gcagcacatc
tcgacagcaa
acagagcectce
ccgagtacac
tgggcggcegt
tcaaatacgg
ccctgectece
agggcttcta
actacaagac
tgaccgtgga
aggccctgea
gggtgctggt
tcatcatctt
ttatgagacc
aagaagaagg
accagcaggyg
acgtcctgga
acceecagga
agatcggcat
tgtccaccgce
tcgagggcgg
ccggeectag
cattcctect
cactctecat
atctccacat
atccacagga
aggcttggec
gcaggaccaa
tgggattacyg
atttgtgcta
CCaaaattat
ccttgtgete
atgtcagccg
agtttgtgga

2580
2640
2700
2760
2820
2880
2940
3000
3060
3120
3180
3240
3300
3360
3420
3480
3540
3600
3660
3720
3780
3840
3900
3960
4020
4080
4140
4200
4260
4320
4380
4440
4500
4560



gaactctgag
cacaggacgg
cgtcaagacc
agacgceggce
aggtcttgaa
gggggcccte
cgctctagac
tacaaaattt
ggatacgctg
tcctecttgt
caacgtggcy
accacctgtce
ctcatcgeceg
teegtggtgt
tggattctgce
ccttecegeg
acgagtcgga
ttaagaccaa
ggactggaag
tctetetggt
cttaagcctc
gactctggta
attcgatatc
cctatagtga
accctggegt
atagcgaaga
ggaaattgta
attttttaac
gatagggttg
caacgtcaaa
ctaatcaagt
cceeegattt
agcgaaagga

cacacccgec

tgcatacagt
ggaccagaca
tgcceggeag
catgtgtgece
ggctgtccaa
ctettgetge
ccgggcetgea
gtgaaagatt
ctttaatgce
ataaatcctg
tggtgtgeac
agctecctttc
cctgecttge
tgtcggggaa
gcgggacgtc
gcectgetgece
tctecctttg
tgacttacaa
ggctaattca
tagaccagat
aataaagctt
actagagatc
aagcttatcg
gtcgtattac
tacccaactt
ggcccgeace
agcgttaata
caataggcceg
agtgttgttc
gggcgaaaaa
tttttggggt
agagcttgac
gcgggegeta
gcgcttaatg

gccacccaga
actgtatcca
gagtcatggg
acctgtgcca
cgaatgggcec
tggtggtggce
ggaattcgat
gactggtatt
trtgtatcat
gttgctgtct
tgtgtttgcet
cgggactttc
cecgetgetgg
atcatcgtcc
cttctgctac
ggctctgegg
ggccgectec
ggcagctgta
ctcccaaaga
ctgagcctygg
gccttgagtg
cctecagacce
ataccgtcga
aattcactgg
aatcgccettg
gatcgeectt
ttttgttaaa
aaatcggcaa
cagtttggaa
ccgtctatca
cgaggtgcecg
ggggaaagcc
gggcgeigge
cgccgcetaca

gtgcctgect
gtgtgceccac
agaaaacaac
tccaaactgce
taagatceeg
cctggggatc
atcaagctta
cttaactatg
gctattgctt
ctttatgagg
gacgcaaccc
gcttteeecce
acaggggctc
tttecttgge
gtceecttegy
cctctteegce
ccgcatcgat
gatcttagcec
agacaagatc
gagctctctg
cttcaagtag
ttttagtcag
cctegagggy
cegtegtttt
cagcacatcc
cccaacagtt
attcgegtta
aatcccttat
caagagtcca
gggcgatggce
taaagcacta
ggcgaacgtg
aagtgtageg
gggcgcegtca
Page 63

Sequence-Listing

caggccatga
tacattgacg
accctggtct
acctacggat
tccategeea
ggcctcttca
tcgataatca
ttgctcettt
ccecgtatgge
agttgtggcc
ccactggttg
tcectattge
ggctgttggg
tgctecgeetyg
ccctcaatcec
gtcttcgeet
accgtcgact
actttttaaa
tgctrttttge
gctaactagyg
tgtgtgcecyg
tgtggaaaat
gggceeggta
acaacgtcgt
ccetttegec
gcgeagectg
aatttttgtt
aaatcaaaag
ctattaaaga
ccactacgtg
aatcggaacc
gcgagaaagg
gtcacgctge

ggtggcactt

acatcacctg
gcceccacty
ggaagtacgc
gcactgggec
ctgggatggt
tgtgagcggc
acctectggat
tacgctatgt
tttcattttc
cgttgtcagg
gggcattgec
cacggcggaa
cactgacaat
tgttgccacce
agcggacctt
tcgecctceag
agccgracct
agaaaagggg
ctgtactggg
gaacccactg
tctgttgtgt
ctctagcaga
cccaattege
gactgggaaa
agctggegta
aatggcgaat
aaatcagctc
aatagaccga
acgtggactc
aaccatcacc
ctaaagggag
aagggaagaa
gcgtaaccac

ttcggggaaa

4620
4680
4740
4800
4860
4920
4980
5040
5100
5160
5220
5280
5340
5400
5460
5520
5580
5640
5700
5760
5820
5880
5940
6000
6060
6120
6180
6240
6300
6360
6420
6480
6540
6600



tgtgcgegga
gagacaataa
acatttccgt
cccagaaacyg
catcgaactg
tccaatgatg
cgggcaagag
accagtcaca
cataaccatg
ggagctaacc
accggagctg
ggcaacaacg
attaatagac
ggctggetgg
tgcagcactyg
tcaggcaact
gcattggtaa
tttttaattt
ttaacgtgag
ttgagatcct
agcggtggtt
cagcagagcg
caagaactct
tgccagtgge
ggcgcagegg
ctacaccgaa
gagaaaggcg
gcttecaggy
tgagcgtcga
cgcggecttt
gttatcccct
ccgeagecga
acgcaaaccg

tcecgactgy

acccctattrt
ccctgataaa
gtcgeccetta
ctggtgaaag
gatctcaaca
agcactttta
caactcggtc
gaaaagcatc
agtgataaca
gettrtttge
aatgaagcca
ttgcgcaaac
tggatggagg
tttattgetg
gggccagatg
atggatgaac
ctgtcagacc
aaaaggatct
ttttegttec
ttttttetge
tgtttgcegg
cagataccaa
gtagcaccgce
gataagtcgt
tcgggctgaa
ctgagatacc
gacaggtatc
ggaaacgect
tttttgtgat
ttacggttcc
gattctgtgg
acgaccgagce
ccrctececy

aaagcgggea

gtttattttt
tgcttcaata
ttcectrttt
taaaagatgc
gcggtaagat
aagttctgct
gccgcataca
ttacggatyg
ctgcggccaa
acaacatggg
taccaaacga
tattaactgg
cggataaagt
ataaatctgg
gtaagccecte
gaaatagaca
aagtttactc
aggtgaagat
actgagcgtc
gcgtaatctg
atcaagagct
atactgttct
ctacatacct
gtcttaccgy
cggggggttc
tacagcgtga
cggtaagcgg
ggtatcttta
gctcgtecagy
tggectttty
ataaccgtat
gcagcgagte
cgegttggece
gtgagcgcaa

Sequence-Listing

ctaaatacat
atattgaaaa
tgcggcattt
tgaagatcag
ccttgagagt
atgtggcgeg
ctattctcag
catgacagta
cttactictg
ggatcatgta
cgagcgtgac
cgaactactt
tgcaggacca
agcecggtgag
ccgtatcgta
gatcgctgag
atatatactt
cctttttgat
agaccccgta
ctgcttgcaa
accaactctt
tctagtgtag
cgctetgeta
gttggactca
gtgcacacag
gctatgagaa
cagggtcgga
tagtcctgte
ggggcggagce
ctggectttt
taccgectit
agtgagcgag
gattcattaa

cgcaattaat

tcaaatatgt
aggaagagta
tgccttectyg
ttgggtgcac
tttecgeeeceg
gtattatccc
aatgacttgg
agagaattat
acaacgatcg
actcgectty
accacgatge
actctagcett
cttctgeget
cgtgggtctc
gttatctaca
ataggtgcct
tagattgatt
aatctcatga
gaaaagatca
acaaaaaaac
trtccgaagy
ccgtagttag
atcctgttac
agacgatagt
ccecagettgg
agcgeeacgce
acaggagagc
gggtttcgec
ctatggaaaa
gctcacatgt
gagtgagctg
gaagcggaag
tgcagctyge
gtgagttagc
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atccgcteat
tgagtattca
trrttgetca
gagtgggtta
aagaacgttt
gtattgacgc
ttgagtactc
gcagtgetge
gaggaccgaa
atcgttggga
ctgtagcaat
cccggcaaca
cggcecttec
gcggtatcat
cgacggggag
cactgattaa
taaaacttca
ccaaaatccc
aaggatctte
caccgetacc
taactggcett
gccaccactt
cagtggctge
taccggataa
agcgaacgac
ttceccgaagg
gcacgaggga
acctctgact
acgccagcaa
tctttectge
ataccgceteg
agcgceccaat
acgacaggtt

tcactcatta

6660
6720
6780
6840
6900
6960
7020
7080
7140
7200
7260
7320
7380
7440
7500
7560
7620
7680
7740
7800
7860
7920
7980
8040
8100
8160
8220
8280
8340
8400
8460
8520
8580
8640



ggcacccceag
ataacaattt
tcactaaagg
gtcgaccage
gttccgeccea
ccgectegge
tttgcaaaaa
ttgattattg
tatggagttc
cceceegeeca
ccattgacgt
gtatcatatg
ttatgcccag
catcgetatt
tgactcacgg
ccaaaatcaa
cggtaggegt
tttrttgectg
<210>
<211>
<212>
<213>

<220>
<223>

<400>

48
838
PRT

Synt
48

Met Leu lLeu
1

Ala Phe Leu

val Thr Pro

35

Ile
50

ASD Asn

Gly Glu

65

Leu

Ala ser Trp

gctttacact
cacacaggaa
gaacaaaagc
aaccatagtc
ttctecgeec
ctctgagcta
gcttegacgg
actagttatt
cgcgttacat
ttgacgtcaa
caatgggtgg
ccaagtacgc
tacatgacct
accatggtga
ggatttccaa
cgggactttc
gtacggaatt

tactgggtct

hetic

Leu val
5

Leu Ile
20
Ala Gly

Asp Tyr

Trp Ile

Thr

Pro

Asn

Pro

Gly

ttatgcttcc
acagctatga
tggagctcca
ccgecectaa
catggctgac
ttccagaagt
tatcgattgg
aatagtaatc
aacttacggt
taatgacgta
agtatttacg
cccctattga
tatgggactt
tgcggtttty
gtctccaccc
caaaatgtcyg
cggagtggeg
ctctg

Artificial Sequence

Ser Leu

Gln

Ser

Thr
40

Leu

Ile
55

Ser

phe Ile

70

val Lys

Gly

Arg Phe

Sequence-Listing

ggctcgtatg
ccatgattac
ccgeggtgge
ctcecgeccat
taattttttt
agtgaggagg
ctcatgtcca
aattacggoag
aaatggccecg
tgttcccata
gtaaactgcc
cgtcaatgac
tcctacttyg
gcagtacatc
cattgacgtc
taacaactcc

agccctcaga

l.eu
10

Leu Cys

val Glu

25

Lys

Leu Thr Cys

Trp val Arg

Asn Ser Gly

75

Thr TIle Ser

ttgtgtggaa
gccaagcetcg
ggcctcgagg
ccegeeccta
tatttatgca
cttttttgga
acattaccgce
tcattagttc
cctggctgac
gtaacgccaa
cacttggcag
ggtaaatggc
cagtacatct
aatgggcgtg
aatgggagtt
gcceccattga

tcctgcatat

Glu Leu Pro

Ser Glu Gly

30

Ala
45

Thr ser

Gln Ala

60

Pro

Gly Ser Thr

Arg Thr Ser

Page 65

ttgtgagcgg
aaattaaccc
tcgagatcecg
actccgecca
gaggccgagg
ggcctagget
catgttgaca
atagcccata
cgcecaacga
tagggacttt
tacatcaagt
cecgectggea
acgtattagt
gatagcggtt
tgttttggca
cgcaaatggg

aagcagctge

His
15

Pro

AsSp Leu

Gly Ser

Gly Lys

Trp Tyr

80

Thr Thr

8700
8760
8820
8880
8940
9000
9060
9120
9180
9240
9300
9360
9420
9480
9540
9600
9660
9685



val

Phe

Gly

Gln

Pro

Ser

Thr

225

Cys

Gly

Pro

Cys

Arg

305

Pro

Glu

Ala

ASp

cys

Pro

130

Gly

Ser

Ala

Gly

Gly

210

Leu

Leu

Thr

Cys

Tyr

290

Gly

val

Glu

Asp

Leu

Ala

115

Gly

Gly

ser

Ser

Glin

195

val

Thr

Gly

Glu

Pro

275

Ser

Arg

Gln

Glu

Ala

Lys

Arg

Thr

ser

Thr

Glin

180

Pro

Pro

Ile

Gly

val

260

Met

Leu

Lys

Thr

Glu

340

Pro

85

Met

Gly

Leu

Gly

Ser

165

Ser

Pro

Ser

Ser

val

245

val

pPhe

Leu

Lys

Thr

325

Gly

Ala

Thr

Tyr

val

Gly

Ile

Thr

Arg

Gly

Gly

val

Trp

val

Leu

310

Gln

Gly

Tyr

Ser

Ser

Thr

135

Gly

Ala

Asp

Leu

Phe

215

val

Asn

LysS

val

Thr

295

Leu

Glu

Cys

Gln

Leu

Thr

120

Ile

Gly

val

sSer

Leu

200

Ser

Gln

val

Glu

Leu

280

val

Tyr

Glu

Glu

Gln

Sequence-Listing
90

Thr Thr Asp Asp Thr

105

Tyr

Ser

Ser

Gly

Asn

185

Tie

Gly

Arg

Ser

Ser

265

val

Ala

Ile

AsSp

Leu

345

Gly

Tyr

Ser

Glu

TYyr

Ser

Glu

Tyr

250

Lys

val

Phe

pPhe

Gly

330

Arg

Gly

Gly

Leu

155

Thr

Ala

Arg

Arg

Asp

235

Arg

Tyr

val

Ile

Lys

315

Cys

val

Asp

val

Trp

Ala

Ser

220

Ala

Thr

Gly

Gly

Ile

300

Gin

Ser

Lys

GIn Asn Gln
Page 66

Phe

125

Gly

Met

Thr

Phe

Ser

205

Gly

Ala

Ser

Pro

Pro

cys

Phe

Ley

Ala

110

Asn

Gly

Thr

Ile

Gln

190

Asn

Thr

Thr

Phe

Pro

270

val

Trp

Phe

Arg

ser

350

Tyr

95

Thr

Ile

Ser

Gln

Asn

175

Gln

Leu

Glu

Tyr

cys

Leu

val

Met

Phe

335

Arg

Asn

Tyr

Trp

Gly

Thr

160

Cys

Tyr
Tyr
240

Gly

Pro

Lys

Arg

Pro

Ser

Glu



Leu

Ser

Gly

Leu

Arg

Pro

Gly

Phe

Ala

545

Glu

Leu

Ala

Glu

Asn

370

Arg

Gly

Glu

Leu

His

450

Gly

Met

Ala

Glu

Leu

Gln

Glu

val

610

Ile

355

L.eu

ASp

Leu

Ile

Ser

Leu

Phe

Phe

515

Asn

Arg

ASp

Ala

ITe

595

val

Ser

Gly

Pro

Tyr

Gly

Gin

Glin

Leu

Leu

Leu

500

Lys

Cys

Gly

Ile

Trp

Ile

Ser

AsSp

Arg

Glu

Asn

405

Met

Gly

Ala

Leu

Leu

485

Leu

Asp

Thr

ASp

Leu

565

Pro

Arg

Leu

Gly

Arg

Met

390

Glu

Lys

Leu

Leu

Thr

470

val

Ile

Ser

Ser

Ser

550

Lys

Glu

Gly

ASn

Asp

Glu

375

Gly

Leu

Gly

Ser

Pro

455

Cys

Thr

Pro

Leu

Ile

535

Phe

Thr

Asn

Arg

Ile

615

val

360

Glu

Gly

Glin

Glu

Thr

440

Pro

Gly

Ser

Arg

Ser

520

Ser

Thr

val

Arg

Thr

600

Thr

Ile

Sequence-Listing

TYyr

Lys

Lys

Arg

Ala

Arg

Asp

Leu

Gly

His

Lys

Thr

585

LysS

Ser

Ile

Asp

Pro

Asp

410

Arg

Thr

Leu

val

Leu

490

val

Asn

Asp

Thr

Gluy

570

ASp

GIn

Leu

val

Arg

395

Lys

Arg

Lys

Glu

Glu

475

Leu

Cys

Ala

Leu

Pro

555

Ile

Leu

His

Gly

Leu

380

Arg

Met

Gly

ASp

Gly

460

Giu

Cys

AsSn

Thr

His

540

Pro

Thr

His

Gly

Leu
620

Ser Gly Asn
Page 67

365

Asp

Lys

Ala

Lys

Thr

445

Gly

Asn

Glu

Gly

Asn

325

Ile

Leu

Gly

Ala

Gln

605

Arg

Lys

Lys

Asn

Glu

TYyr

Gly

Pro

Leu

Ile

510

Tle

l.eu

Asp

Phe

Phe

590

Phe

Ser

Asn

Arg

Pro

Ala

415

His

Asp

Glu

Gly

Pro

495

Gly

Lys

Pro

Pro

Leu

575

Glu

Ser

Leu

t.eu

Arg

Gln

400

Tyr

ASD

Ala

Gly

Pro

480

His

Ile

His

val

Glin

560

Leu

Asn

Leu

Lys

cys



625

Tyr

Lys

Gly

Glu

Met

Ala

val

His

785

Pro

Ala

Gly

Ala

Thr

Gln

Pro

690

val

Asn

Asn

His

Met

770

val

Gly

Thr

Ile

<210>
<211>
<212>
<213>

<220>
<223>

<4A00>

1

Asn

Lys

val

675

Arg

AsSp

Ser

Ile

Tyr

755

Gly

Cys

Leu

Gly

Gly

835

49
119
PRT

Thr

Ile

660

Cys

ASp

Lys

Glu

Thr

740

Ile

Glu

His

Glu

Met

820

Leu

Ile

645

Ile

His

Cys

Cys

725

Cys

Asp

Asn

Leu

Gly

val

phe

630

Asn

ser

Ala

val

Asn

710

Ile

Thr

Gly

Asn

Cys

790

cys

Gly

Met

Trp

AsSn

Leu

Ser

695

teu

Gln

Gly

Pro

Thr

775

His

Pro

Ala

Artificial Sequence

synthetic

49

5

Lys

Arg

Cys

680

Cys

Leu

cys

Arg

His

760

l.eu

Pro

Thr

Leu

Sequence-Listing

LysS

Arg

Glu

His

Gly

cys

val

Asn

Asn

L.eu
825

635

Leu Phe Gly Thr

650

Glu

Pro

AsSn

Gly

Pro

730

Pro

val

Trp

cys

Gly

810

Leu

Asn

Glu

val

Glu

715

Glu

Asp

Lys

Lys

Thr

795

Pro

lLeu

Ser

Gly

‘ser

700

Pro

Cys

Asn

Thr

Tyr

780

Tyr

Lys

Leu

Page 68

Cys

Cys

685

Arg

Arg

Leu

Cys

Cys

Ala

Gly

Ile

val

Ser

670

Trp

Gly

Glu

Pro

Ile

750

Pro

Asp

cys

PIro

val
830

Gly

Arg

Phe

Gln

735

Gin

Ala

Ala

Thr

Ser

815

Ala

640

Gin

Thr

Pro

Glu

val

720

Ala

cys

Gly

Gly

Gly

Ile

Leu

Glu Ser Lys Tyr Gly Pro Pro Cys Pro Pro Cys Pro Gly Gln Pro Arg
10 15



Glu Pro

Asn GIn

ITe Ala
50

Thr Thr
65

Arg Leu

Cys Ser

GIn val Tyr Thr Leu
20

§§1 Ser Leu Thr Cys

val Glu Trp Glu ggr

Pro Pro val Leu Asp
70

Thr val ggp Lys Ser

val Met His Glu Ala
100

Leu Ser Leu Ser Leu Gly Lys

<210>
<211>
<212>
<213>

<220>
<223>

<400>
Glu Ser
1

Leu Gly
l.eu Met

Ser Glin
50

Glu val
65

Thr Tyr

115

50

229

PRT

Artificial Sequence
Synthetic

50

Lys Tyr Gly Pro Pro

Gly Pro Ser val Phe
20

%Ee Ser Arg Thr Pro

Glu Asp Pro Glu gg?

His Asn Ala Lys Thr

Arg val val ser val
85

Asn Gly Lys Glu Tyr LysS Cys

100

Ser Ile Glu Lys Thr Ile Ser

Pro

Leu

40

Asn

Ser

Arg

Leu

cys

Leu

Glu

40

Glin

Lys

Leu

Lys

Lys

Sequence-Listing

Pro Ser Glin Glu Glu

25

val

Gly

Asp

Trp

His
105

Pro

Phe

25

val

Phe

Pro

Thr

val
105

Lys

Glin

Gly

Gln

906

Asn

Pro

10

Pro

Thr

Asn

Arg

val

90

Ser

Gly

Pro

Ser

75

Glu

His

cys

Pro

cys

Trp

Glu

75

Leu

Ash

Phe

Glu

60

Phe

Gly

Tyr

Pro

Lys

val

Tyr

60

Glu

His

Lys

Lys Gly Gln
Page 69

Tyr

45

Asn

Phe

AsSn

Thr

Ala

Pro

val

45

val

Gln

Gln

Gly

Pro

Met

30

Pro

Asn

lLeu

val

GIn
110

Pro

ASp

Phe

Asp

Leu

110

Arg

Thr

Ser

Tyr

Tyr

Phe

95

Lys

Glu

15

ASp

Asp

Gly

AsSh

Trp

95

Pro

Glu

Lys

ASD

Lys

Ser

80

Ser

Ser

Phe

Thr

val

val

Ser

80

Leu

Ser

Pro



Glin val

Sequence-Listing

115 120

Tyr Thr Leu Pro Pro Ser Gln Glu

130 135

val ser

145

val Glu

Pro pro

Thr val

val Mmet

Leu Thr Cys Leu val Lys Gly Phe
150

Trp Glu Ser Asn Gly Gin Pro Glu
165 170

val Leu Asp Ser Asp Giy Ser Phe
180 185

Asp Lys Ser Arg Trp Gln Glu Gly
195 200

His Glu Ala Leu His Asn His Tyr

210 215

Leu Ser Leu Gly Lys

225

<210>
<211>
<212>
<213>

<220>
<223>

<400>

51

9

PRT

Artificial Sequence

Synthetic
51

Tyr Gly Pro Pro Cys Pro Pro Cys Pro
1 5

<210>
<211>
<212>
<213>

<220>
<223>

<400>

52

10

PRT

Artificial Sequence

synthetic
52

Lys Tyr Gly Pro Pro Cys Pro Pro Cys Pro
1 5 10

<210>
<211>
<212>
<213>

<220>
<223>

<400>

53

14

PRT

Artificial Sequence

Synthetic
53

Glu

Asn

Phe

Asn

Thr

Met

140

Pro

Asn

Leu

val

GIn
220

Page 70

125

Thr

Ser

Tyr

Tyr

Phe

205

Lys

Lys

Asp

Lys

Ser

190

Ser

Ser

Asn

Ile

Thr

175

Arg

Cys

Leu

Gln

Ala

160

Thr

Leu

Ser

Ser



1

<210>
<211>
<212>
<213>

<220>
<223>

<400>

atgcttctec
atcccagata
gtcaccatca
aaaccaggaa
ccttcteget
cagccggaag
ggacagggta
tccggtgggy

ccagggggct
atacactggg

acgaatggtt
acatccaaaa
tattattgtt
accctggtca
ttctgggtgce
gccttecatca
ccatttatga
gaagaagaag
gcectaccagce
tacgacgtee
aagaaccccec
agcgagatcg
ggcctgteca
aggctcgagy
aatccecggec
ccageattcec

gactcactct

54
2529
DNA

Artificial Sequence

Synthetic
54

tggtgacaag
tccagatgac
cctgeecgtge
aagctccgaa
tctectggttc
acttcgcaac
ccaaggtgga
gcggcagceag
cactcegttt
tgcgtcaggce
atactagata
acacagcecta
ctagatgggg
ccgtetcgag
tggtggtggt
tcttttgggt
gaccagtaca
aaggaggatg
agggccagaa
tggataageg
aggaaggcct
gcatgaaggg
ccgecaccaa
gcggcggaga
ctaggatgct
tcectgatecc

ccataaatgc

ccttctgete
ccagtccccg
cagtcaggat
actactgatt
cagatctggg
ttattactgt
gatcaaaggc
cgaggttcag
gtcctgtgea
cccgggtaag
tgccgatagce
cctgcagatg
aggggacggce
tgagagcaag
cggaggcgtg
gaaacggggc
aactactcaa
tgaactgcgg
tcagctgtac
gagaggccgg
gtataacgaa
cgagcggagg
ggatacctac
gggcagagga
tctcctggtyg
acgcaaagtyg

tacgaatatt

tgtgagttac
agctecectgt
gtgaatactg
tactcggcat
acggatttca
cagcaacatt
agtactagcg
ctggtggagt
gcttectgget
ggcctggaat
gtcaagggcc
aacagcctge
ttctatgcta
tacggaccgc
ctggectget
agaaagaaac
gaggaagatg
gtgaagttca
aacgagctga
gaccctgaga
ctgcagaaag
€ggggcaagyg
gacgccctge
agtcttctaa
acaagccttc
tgtaacggaa

aaacacttca

Sequence-Listing

Glu val val val %ys Tyr Gly Pro Pro ggs Pro Pro Cys Pro

cacacccage
ccgectetgt
ctgtagcctg
ccticctcta
ctctgaccat
atactactecc
gcggtggetc
ctggcggtag
tcaacattaa
gggttgcaag
gtttcactat
gtgctgagga
tggactactg
cctgeeeece
acagcctget
tcctgtatat
gctgtagetg
gcagaagcge
acctgggeag
tgggcggceaa
acaagatggc
gccacgacgg
acatgcaggc
catgcggtga
tgctctgtga
taggtattgg

aaaactgcac

Page 71

attcctcctg
gggcgatagg
gtatcaacag
ctctggagtc
cagcagtctg
tceccacgttce
€gggggcgga
cctggtgeag
agacacctat
gatttatcct
aagcgcagac
cactgeegtc
gggtcaagga
ttgccctatg
ggtcaccgtg
attcaaacaa
ccgatttcca
cgacgeeect
aagggaagag
gcctecggeag
cgaggcctac
cctgtatcag
cctgeceeca
cgtggaggag
gttaccacac
tgaatttaaa

ctccatcagt

60
120
180
240
300
360
420
480
540
600
660
720
780
840
900
960

1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620



ggcgatctcc
ctggatccac
attcaggcett
cgcggcagga
tccttgggat
aaaaatttgt
aaaaccaaaa
catgecttgt
cggaatgtca
agggagtitg
atgaacatca
gacggcceecc
gtctggaagt
ggatgcactg
gccactggga
ttcatgtga

<210> 55

<211> 2850
<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic

<400> 55

atgcttctcc tggtgacaag

atcccagata
gtcaccatca
aaaccaggaa
ccttcteget
cagecggaag
ggacagggta
tceggtgggg

ccagggggct
atacactggg

acgaatggtt
acatccaaaa

tattattgtt

acatcctgec ggtggeattt

aggaactgga tattctgaaa
ggcctgaaaa caggacggac
ccaagcaaca tggtcagttt
tacgctcect caaggagata
gctatgcaaa tacaataaac
ttataagcaa cagaggtgaa
gcteccecga gggetgetgg
ggaatgcgtg

tgagtgcata

gccgaggeag
tggagaactc
cctgcacagg acggggacca
actgcgtcaa gacctgeccg
acgcagacgc cggecatgtg
ggccaggtct tgaaggcetgt

tggtggggge cctectettg

ccttetgete
fccagatgac ccagtececcy
cctgccgtge cagrtcaggat
aagctccgaa actactgatt
tctetggttc cagatctggg
acttcgcaac ttattactgt
ccaaggtgga gatcaaaggc
gcggcagcag

cactccgttt

cgaggttcag
gtcctgtgca
tgcgtcagge cccgggtaag
atactagata tgccgatagc
acacagccta cctgcagatg

ctagatgggg aggggacggc

Sequence-Listing

aggggtgact
accgtaaagg
ctccatgect
tctcttgeag
agtgatggag
tggaaaaaac
aacagctgea
ggcecggage
gacaagtgca
cagtgccacc
gacaactgta
gcaggagtca
tgccacctgt

ccaacgaatg

ctgctggtgg

tgtgagttac
agctcectgt
gtgaatactg
tactcggeat
acggatttca
cagcaacatt
agtactagcg
ctggtggagt
gcttctgget
ggcctggaat
gtcaagggcec
aacagcetge

ttctatgcta

ccttcacaca
aaatcacagg
ttgagaacct
tcgtcagect
atgtgataat
tgtttgggac
aggccacagg
ccagggactg
accttctgga
cagagtgect
tccagtgtge
tgggagaaaa
gccatccaaa

ggcctaagat

tggcectggy

cacacccagce
ccgectetgt
ctgtagcctg
ccttectceta
ctctgaccat
atactactcc
gcggtggetc
ctggcggtyg
tcaacattaa
gggttgcaag
gtttcactat
gtgctgagga
tggactactg

Page 72

tactcctect
gtttttgctg
agaaatcata
gaacataaca
ttcaggaaac
ctccggtcag
ccaggtctge
cgtctecttge
gggtgagcca
gceteaggec
ccactacatt
caacaccctg
ctgcacctac
ccegtecate

gatcggectc

attcctectg
gggcgatagg
gtatcaacag
ctctggagtc
cagcagtctg
tcecacgtte
<ggggyacgga
cctggtgeag
agacacctat
gatttatcct
aagcgcagac
cactgeegtc

gggtcaagga

1680
1740
1800
1860
1920
1980
2040
2100
2160
2220
2280
2340
2400
2460
2520
2529

60
120
180
240
300
360
420
480
540
600
660
720
780



accctggtca
cagcctagag
caggtgtccc
gagagcaacg
ggcagcttct
gtcttcaget
agcctgagec
tacagcctge
ctcctgtata
ggctgtagcet
agcagaagcg
aacctgggca
atgggcggcea
gacaagatgg
ggccacgacg
cacatgcagg
acatgcggtg
ctgctetgtg
ataggtattg
aaaaactgca
teccttcacac
gaaatcacag
tttgagaacc
gtcgtcagec
gatgtgataa
ctgtttggga
aaggccacag
cccagggact
aaccttctygg
ccagagtgec
atccagtgtg
atgggagaaa
tgccatccaa

gggcctaaga

ccgtetegag
aaccccaggt
tgacctgect
gccageecga
tectgtactce
gcagcgtgat
tgggcaagat
tggtcaccgt
tattcaaaca
gcecgatttcc
ccgacgeccc
gaagggaaga
agccteggcg
ccgaggcecta
gcctgtatca
cecetgeeccc
acgtggagga
agttaccaca
gtgaatttaa
cctecatcag
atactcctcc
ggtttrtgct
tagaaatcat
tgaacataac
tttcaggaaa
ccteeggtca
gccaggtctg
gecgtetettg
agggtgagcec
tgcctcaggce
cccactacat
acaacaccct
actgcaccta

teeegtecat

tgagagcaag
gtacaccctg
ggtcaaaggc
gaacaactac
ccggctgacce
gcacgaggcec
gttctggotg
ggcctteate
accatttatg
agaagaagaa
tgcctaccag
gtacgacgtc
gaagaacccc
cagcgagatc
gggectgtec
aaggctcgag
gaatcccgge
cccageatte
agactcactc
tggcgatcte
tctggatcca
gattcaggct
acgcggeagg
atccttggga
caaaaatttyg
gaaaaccaaa
ccatgecttg
ccggaatgtc
aagggagttt
catgaacatc
tgacggeecc
ggtctggaag
cggatgcact

cgccactggg

tacggaccgce
cctececagee
ttctacccca
aagaccaccc
gtggacaaga
ctgcacaacc
ctggtggtyg
atcttttggg
agaccagtac
gaaggaggat
cagggccaga
ctggataagc
caggaaggcce
ggcatgaagg
accgccacca
ggcggcggag
cctaggatge
ctcctgatee
tccataaaty
cacatcctge
caggaactgg
tggcctgaaa
accaagcaac
ttacgctecc
tgctatgeaa
attataagca
tgcteceecy
agccgaggea
gtggagaact
acctgcacag
cactgcgtca
tacgcagacg
gggccaggtce

atggtggggg
pPage 73

Sequence-Listing

cctgeecece
aggaagagat
gcgatatcge
ccectgtget
gccggtggea
actacaccca
tcggaggegt
tgaaacggyg
aaactactca
gtgaactgcg
atcagctgta
ggagaggcecg
tgtataacga
gcgagcggag
aggataccta
agggcagagg
ttctectggt
cacgcaaagt
ctacgaatat
cggtggcatt
atattctgaa
acaggacgga
atggtcagtt
tcaaggagat
atacaataaa
acagaggtga
agggctgetg
gggaatgcgt
ctgagtgecat
gacggggacc
agacctgecc
ccggecatgt
ttgaaggcty

ccctectett

ttgcectgge
gaccaagaac
cgtggaatgg
ggacagcgac
ggaaggcaac
gaagtccctg
gctggectge
cagaaagaaa
agaggaagat
ggtgaagttc
caacgagctyg
ggaccctgag
actgcagaaa
gcggggcaag
cgacgcectg
aagtcttcta
gacaagcctt
gtgtaacgga
taaacacttc
taggggtgac
aaccgtaaag
cctecatgec
ttctcttgca
aagtgatgga
ctggaaaaaa
aaacagctgce
gggcecggag
ggacaagtgc
acagtgccac
agacaactgt
ggcaggagtc
gtgccacctg

tccaacgaat

gctgetggty

840

900

960
1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620
1680
1740
1800
1860
1920
1980
2040
21006
2160
2220
2280
2340
2400
2460
2520
2580
2640
2700
2760
2820



gtggceotgy ggatcggect cttcatgtga

<210>
<211>
<212>
<213>

<220>
<223>

<400> 56
atgcttctee

56
DNA

atcccagata
gtcaccatca
aaaccaggaa
ccttcteget
cagccggaag
ggacagggta
tccggtgggy

ccagggggct
atacactggg

acgaatggtt
acatccaaaa
tattattgtt
accctggtca
cccgagttcc
atgatcagcc
gaggtccagt
agagaggaac
gactggctga
atcgaaaaga
cctecctece
ttctacccea
aagaccaccc
gtggacaaga
ctgcacaacc
ctggtggtgg
atcttttggg

agaccagtac

3180

synthetic

tggtgacaag
tccagatgac
cctgeegtge
aagctccgaa
tctetggttc
acttcgcaac
ccaagotgga
gcggcageag
cacteccgttt
tgcgtcagge
atactagata
acacagccta
ctagatgggg
ccgtctcgag
tgggcggacc
ggacccccga
tcaattggta
agttcaacag
acggcaaaga
ccatcagcaa
aggaagagat
gcgacatcge
ctceegtget
gcecggtggea
actacaccca
tgggcggagt
tgaaacgggg

aaactactca

Artificial Sequence

ccttetgetc
ccagtccecyg
cagtcaggat
actactgatt
cagatctggy
ttattactgt
gatcaaaggc
cgaggttcag
gtcctgtgea
cccgggtaag
tgccgatage
cctgcagatg
aggggacggc
tgagagcaag
cagcgtgttce
ggtgacctgc
cgtggacggc
cacctaccgg
atacaagtgc
ggccaagggce
gaccaagaac
cgtggagtgg
ggacagcgac
ggaaggcaac
gaagagcctg
gctggectge
cagaaagaaa

agaggaagat

Sequence-Listing

tgtgagttac
agctecectgt
gtgaatactg
tactcggcat
acggatttca
cagcaacatt
agtactagcg
ctggtggagt
gcttetgget
ggcctggaat
gtcaagggcc
aacagcctge
ttctatgcta
tacggaccgce
ctgttecccec
gtggtggtag
gtggaagtgc
gtggtgtctg
aaggtgtcca
cagcctegeg
caggtgtccc
gagagcaacg
ggcagcttct
gtctttaget
agcctgtecce
tacagcctge
ctcctgtata

ggctgtaget

cacacccagce
cegectetgt
ctgtagcctg
ccttectcta
ctctgaccat
atactactcc
gcggtggetc
ctggecggtygg
tcaacattaa
gggttgcaag
gtttcactat
gtgctgagga
tggactactg
cctgeeecece
ccaageccaa
acgtgagcca
acaacgccaa
tgctgaccgt
acaagggcct
agccccaggt
tgacctgect
gcecagectga
tcetgtacag
gcagcgtgat
tgggcaagat
tggtgacagt
tattcaaaca

gccgatttece
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attcctectg
gggcgatagg
gtatcaacag
ctctggagte
cagcagtctg
tceccacgtte
€gggggcgga
cctggtgeag
agacacctat
gatttatcct
aagcgcagac
cactgccgtc
gggtcaagga
ttgccctgece
ggacaccctyg
ggaagatccc
gaccaagccce
gctgcaccag
gceccageage
gtacaccctg
ggtgaagggc
gaacaactac
ccggetgacc
gcacgaggcc
gttctggoty
ggcctteatce
accatttatg

agaagaagaa

2850

60
120
180
240
300
360
420
480
540
600
660
720
780
840
900
960

1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620
1680



gaaggaggat
cagggccaga
ctggataagc
caggaaggcc
ggcatgaagyg
accgecacca
ggcggcggag
cctaggatge
ctcctgatec
tccataaatg
cacatcctge
caggaactgg
tggcctgaaa
accaagcaac
Ttacgcrtcce
tgctatgcaa
attataagca
tgcteeccccy
agccgaggea
gtggagaact
acctgcacag
cactgegtca
tacgcagacg
gggccaggtce
atggtggggg

gtgaactgcg
atcagctgta
ggagaggccg
tgtataacga
gcgageggag
aggataccta
agggcagagg
ttctcctggt
cacgcaaagt
ctacgaatat
cggtggcatt
atattctgaa
acaggacgga
atggtcagrt
tcaaggagat
atacaataaa
acagaggtga
agggctgcetg
gggaatgcgt
ctgagtgceat
gacggggacc
agacctgecec
ccggecatgt
ttgaaggcty

ccectectett

ggtgaagttc
caacgagctyg
ggaccctgag
actgcagaaa
gcggggceaag
cgacgccctg
aagtcttcta
gacaagcctt
gtgtaacgga
taaacacttc
taggggtgac
aaccgtaaag
cctecatgec
ttctettgea
aagtgatgga
ctggaaaaaa
aaacagctgc
gggcccggag
ggacaagtgc
acagtgccac
agacaactgt
ggcaggagtc
gtgccacctg
tccaacgaat

gctgctggtyg

Sequence-Listing

agcagaagcg
aacctgggcea
atgggcggea
gacaagatgg
ggccacgacg
cacatgcagg
acatgcggty
ctgctectgtg
ataggtattg
aaaaactgca
tccttcacac
gaaatcacag
tttgagaacc
gtcgtcagec
gatgtgataa
ctgtttggga
aaggccacag
cccagggact
aaccttctgg
ccagagtgcece
atccagtgtg
atgggagaaa
tgccatccaa

gggcctaaga
gtggcectygy

ccgacgececec
gaagggaaga
agcecteggceyg
ccgaggecta
gcctgtatca
ceectgeececce
acgtggagga
agttaccaca
gtgaatttaa
cctecatcag
atactcctcec
ggtttttget
tagaaatcat
tgaacataac
tttcaggaaa
ccteeggtca
gccaggtctyg
gcgtetetty
agggtgagcc
tgcctcaggce
cccactacat
acaacaccct
actgcaccta
tccegtecat

ggatcggect
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tgcctaccag
gtacgacgtc
gaagaacccc
cagcgagatc
gggcctgtec
aaggctcgag
gaatcccggce
cccagecattc
agactcactc
tgygcgatctce
tctggatcca
gattcaggct
acgcggeagg
atccttggga
caaaaatttg
gaaaaccaaa
ccatgccttg
ccggaatgtc
aagggagttt
catgaacatc
tgacggececce
ggtctggaag
cggatgcact
cgccactggy

cttcatgtga

1740
1800
1860
1920
1980
2040
2100
2160
2220
2280
2340
2400
2460
2520
2580
2640
2700
2760
2820
2880
2940
3000
3060
3120
3180



