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F{ab) at 30°C

Binder Name (:(!&) (1%;‘;'5;) Ko (1/8)
CDB1017p mouse CT8 1.19 6.51x104 7.76x105
CBD1017ch chimeric CT8 0.814 | 6.97x104 5.67x10%
CcBD1032 h1017-H1/L1 1.84 5.15x104 9.45x10°
CBD1033 h1017-H2/L2 3.25 4.47x104 1.45x10+
CBD1034 h1017-H2/L3 9.90 2.09x104 2.04x104
CBD1035 h1017-H3/L2 3.07 4.69x104 1.44x10+
CBD1036 h1017-H3/L3 6.16 3.37x104 2.07x104
CBD1037 h1017-H4/L2 1.72 6.60x104 1.14x104
CBD1038 h1017-H4/L3 2.31 6.33x104 1.46x10+
CBD1039 h1017-H5/L2 3.1 5.04x104 1.57x104
CBD1040 h1017-H5/L3 6.07 2.80x104 1.70x104

FIG. 2A
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F{ab) at 37°C

Binder Name (:(!&) (1%;‘;'5;) Ko (1/8)
CBD1017¢ch chimeric CT8 1.08 6.95x104 7.53x10°
CBD1032 h1017-H1/L1 1.59 3.37x104 5.35x105
CBD1033 h1017-HZ2/L2 5.50 3.54x10% 1.94x104
CBD1034 h1017-H2/L3 1.82 1.03x105 1.87x104
CBD1035 h1017-H3/L2 8.02 1.14x104 9.12x105
CBD1036 h1017-H3/L3 1.68 1.17x10° 1.94x10+
CBD1037 h1017-H4/L2 1.27 7.68x104 9.71x10°
CBD1038 h1017-H4/L3 7.42 1.89x104 1.40x104
CBD1039 h1017-H5/L2 4.59 2.02x104 9.27x10°
CBD1040 h1017-H5/L3 7.39 1.40x104 1.03x10+

FIG. 2A (CONT’ED)
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higG1-LALAPA at 30°C

Binder Name Ky (nM)
CDB1017ch chimeric CT8 0.58
CBD1032 h1017-H1/L1 1.40
CBD1033 h1017-H2/L2 2.27
CBD1034 h1017-H2/L3 4.63
CBD1035 h1017-H3/L2 2.66
CBD1036 h1017-H3/L3 5.15
CBD1037 h1017-H4/L2 2.32
CBD1038 h1017-H4/L.3 4.74
CBD103% h1017-H5/L2 1.76
CBD1040 h1017-H5/L3 4.06

FIG. 2C
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CBD1033-higG1-LALAPA

Steady State Analysis

543 Kp = 2.27 nM
ﬁ%'- : RE = Q*QQ
0.35 3 * Ripae = 0.75

255 |
050

8165

210

® oW e 368
Luncentration (nid}

FIG. 2E
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higG1-LALAPA at 30°C

Binder Name Ky (nM)
CDB1017ch chimeric CT8 0.58
CBD1041 h1017-H6/L4 10.2
CBD1042 h1017-H7/L4 3.59
CBD1043 h1017-H7/LS 3.91
CBD1044 h1017-H7/L6 8.65
CBD1045 h1017-H8/L5 4.18
CBD1046 h1017-H8/L6 9.78
CBD1047 h1017-H9/L5 2.72
CBD1048 h1017-H9/L6 5.45
CBD1049 h1017-H10/L5 3.00
CcBD1050 h1017-H10/L6 6.41

FIG. 2F
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CBD1043- higG1LALAPA

Steady State Analysis

Ko = 3.91 nM
R? = 1
Rnen = 0.37
B S - -

w 318
Cuntunttation (Fa8)

FIG. 2H
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. . Kp Kon Ko Temp
Binder Antigen W) | (1Ms) | (17s) (°C)
Human
CD8ag 1.08 |6.95x104| 7.53x105 37
homodimer
Human

CD8ap 575 |3.12x104| 1.79x104 37
heterodimer

CBD1017¢ch
Cynomolgus

CD8au 2.26 |3.07x104] 8.93x10-5 37
homodimer

Cynomolgus
CD8af 24.8 |[2.03x104| 5.03x10+4 30
heterodimer

Human
CD8aa 55 |3.54x104 | 1.84x104 37
homodimer

Human
CD8ap 26.2 | 2.50xx104] 8.53x104 37
heterodimer

CBD1033
Cynomolgus

CD8aa 10.4 | 2.54x104 | 2.64x104 37
homodimer

Cynomolgus
CD8ap 119 | 1.67x104 [ 1.99x103 30
heterodimer

FIG. 2l
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Binding kinetic sensorgram against cynomolgus CD8aa
homodimer
CBD1017ch-Fab
L . L Ky =226 nM
Association Bissociation k. =307x10% Mg
, ko= 6.93x10° 571
‘o ; R? = 0.0099
' T— e 53 1
s e e 26 0]
T 125 nM
e G 25 1M
e 3,42 1M
e 4 56 11l
?;x@fmﬁ (s;@:j G ' RO .
CBD1033-Fab K. =104 nM
s . ... n = 4 1Y
Association Diissociation k., = 2.54x10% M-s"
) , Koe= 2840104 7
" : R* = 0.9999
3 AT
36! / f \\
244 & ¢
283 g’f i T,
XY 3 " oo
2 / P 50 nM
T N j; ,f*’f : \\
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higG1-LALAPA

KD kon
(nM) | (1/Ms)

Binder Antigen ko (1/8)

Human CD8aa
homodimer

Human CD8af
heterodimer

246 | 1.17x10° 2.89x104

8.99 1.24x10° 1.11x103

CBD1033
Cynomolgus CD8aa

: 543 5.00x104 2.71x104
homodimer

Cynomolgus CDBao3

: 31.0 3.68x104 1.14x103
heterodimer

FIG. 2K
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Normalized gMFI
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106G0-

PCT/US2024/060426

101 10-1© 10

0% 107 104
Concentration (nM}

-o- CBD1017¢ch -&- CBD1036-higG1-LALAPA
-+ CBD1032-higG1-LALAPA -&- CBD1037-higG1-LALAPA
-+ (CBD1033-higG1-LALAPA - CBD1038-higG1-LALAPA
- CBD1034-higG1-LALAPA - CBD1039-higG1-LALAPA
-0~ CBD1035-higG1-LALAPA -® CBD1040-higG1-LALAPA
FIG. 3A
Binder EC50 {(nM)

“lalapa | 278

CBD1032 2.35

CBD1033 2.78

CBD1034 2.71

FIG. 3B CBD1035 1.75

CBD1038 2.69

CBD1037 2.42

CBD1038 2.57

CBD1039 4.39

CBD1040 2.54




Transfection rate (%)
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Donor 1

100

0.6 ug
0.3 ug
0.15ug
0.075 ug
0ug

Transfection rate {%])
Q ¢ » m o

e 06ug
0.3 ug
0.15 ug
0.075 ug
0 ug

0O ¢ »

FIG. 4B
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Donor 1
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100000
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CBD1033 igG1 LALAPA

200+

1804
m SupT1

100 v HPB-ALL

504

gMFi fold increase

0 T T T 1

A LN LN O Q2 %) & N
i\ R BN\ o) & & N
© N &S
by &Q

Concentration {ng/mL)

FIG. 6



% mcherry positive
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aMFi
Fold over Background

{Gated on CD4- T celis)

gMFI
Fold over Background

(Gated on CD4- T celis
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CBD1017ch
800 -
&k ETEA
600~ SRRy

Concentration {ug/mi}

FIG. 8A

CBD1033
o 800

Concentration {ug/mlL}

—-o— Rhesus Expanded T cells Donor 8
- Cyno Expanded T cells Donor 9

—— Human Expanded T cells Donor 5
¥ Human Expanded T cells Donor 6

FIG. 8B
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AC-SINS scores summary table

Antibody ID Mean Standard
Almax deviation (nm)
(nm)
Alirocumab 1 0.77
Bococizumab 19 1.66
Bococizumab NEI 1 0.01
CBD1032-higG1-LALAPA 0 0.32
CBD1033-higG1-LALAPA -1 1.04
CBD1034-higG1-LALAPA -2 0.23
CBD1035-hlgG1-LALAPA -2 1.14
CBD1039-higG1-LALAPA -1 0.94
CBD1040-higG1-LALAPA 1 0.18
FIG. 11A

Sraphice! reproventatinn of the AUSINS soores £ 1380
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5 10+
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&
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2 04 O
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FIG. 11B
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Temperature {*4}
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PCT/US2024/060426

867 4

CBD1033
) o  CBD1040

0 T, e,

CBD1034
Mq
863

i
FIG. 12A

Thermostability

Binder DSF SLS
Tmi (CC} | Tma(°C) | Tage (°C)
CBD1032 | 63.80 - 59.0
CBD1033 | 66.00 | 76.90 61.0
CBD1034 | 64.70 - 60.8
CBD1035 | 66.30 - 63.2
CBD103%S | 66.70 - 63.6
CBD1040 | 65.10 - 62.4

FIG. 12B
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Dot pdot distribution of the Polyreactive ELSA stares

Polyroactive ELISA score

A~
35 Booscizumalb insulin
30
25
20+ v ,
Booocizumab dsDRA
15
18-
ﬁ.«
o et
>
& S
SE? 3
FIG. 13A
Unspecific binding
Polyreactive ELISA
lelD
Sample DNA score insulin score
CBD1032 1 1
CBD1033 1 1
CBD1034 1 1
CBD1035 i 1
{BD1039 1 i
CBD1040 1 1

FIG. 13B
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CBD# Description Dissociation Ko (VMs) Kog {1/5)
Constant K,
(nM)
CBD1033 | hRPA-T8_H2L2 550 3545104 | 1.95x104
CBD1380 | hRPA-T8_H2L2_ . y
N55S_HC 1.83 5.99x10 1.16x10
CBD1381 | hRPA-T8_H2L2 4 =
N55Q_HC 1.22 7.86x10 9.59x10
CBD1382 | hRPA-T8_H2L2_ . ;
N55A_HC 0.88 8.03x10 8.91x10
CBD1443 | hRPA-T8 H2L2_
D30E LC 10.0 2.84x10% | 2.84x104
CBD1444 | hRPA-T8 _H2L2
D308 LC 7.69 2.55x104 | 1.96x10+
CBD1445 | hRPA-T8_H2L2_ _
D30A_LC 15.6 3.07x104 | 4.80x104
CBD1622 | hRPA-T8_H2L2_ . N
D30S_LC_HC_N55Q 2.91 3.43x10 9.97x10
CBD1623 | hRPA-T8_H2L2_ 5 5
D30S_LC_HC_N55A 0.617 1.14x10 7.02x10

FIG. 16F
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Disulfide bond
enginsering

disulfide

i,
Nalive interchain Aholished native
disulfide & interchain disulfide

& %arget conjugation site

FIG. 19A

Fab binders with the engineered disulifide bond
show resistance to mild reduction condition
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Fab K

on 2
fragment Kp (M) (1/Mis) Kot (1/8) R

CBD1033.37 4.01 1.56x104 | 6.28x10°5 [ 0.9997

CBD1033.42 5.09 1.26x104 | 8.41x10°| 0.9998

CBD1033.44 7.23 1.23x10% | 8.88x10° [ 0.9997

CBD1033.45 .03 1.30x104 [ 1.17x104| 0.9997

FIG. 21A

BLI measurement shows retained binding affinity
in a disulfide-engineered Fab’
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Ko = 4.01 nM
k,, =1.56x104 M5
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WO 2025/129201 PCT/US2024/060426

45/60
g
o Bigtin-
Py e j
.. {/,,/ ’ o e cr:mmgatad
= \3(‘:-\},\»/-‘\?,&lgv,*\q»:r'\\/ »gf"‘"\/ g b?ﬁ{ier
& & B
i {Ma§*?£(’}3§”g§0ﬁﬁ} .
1, 1{10eq} Lhrt d
S ™ en . O ™ ak
¥ ' 2. Neavetyl-oysteine (5Ceql, 1hn £

FIG. 22A

Streptavidin-HRP detection

1. Unmodiffed £8D1033.24
2. Unmodified (BD1033.37
3. Conjugated CBD1033.24
4. Conjugated CBDIN33.37
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CBD1033.24

HC1+LC1[P99-

5218,D08/P99] + 38754.2 | 38755.0 | 5.80E+07 - 2.20%
1T*MPB

Fab’ (HC1+LC1)

L 1MPB 49302.7 | 49303.0 | 2.57E+09 | 0.001 87.80%

CBD1033.37

HC1+LC1{P99-
5218,098/P59] + 1*MPB

38059.4 | 38860.0 | 4.98E+07 - 1.98%

Fab’ (HC1+LC1)
+1*MPB

49508.0 | 49508.0 | 2.46E+09 | 0.000 898.02%

FIG. 22D
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CBD1033.24
LC ~EDHH2O loss 1.8%%
e M3+ Oxidation 1.54%
HC QI+NH3 loss 100.00%
HC ~M4R+Oxidation 2.14%
HC ~NSIENHI loss 1.55%
HC C227+Malemide PEGI Bintin D5 47%

CBD1033.37

LC ~D30+H20 loss 1.54%
HC (Q1+NH3 loss 100.00%
HC ~M48+Oxidation 1.77%
HC ~N55+NH3 loss 1.63%
HC C230+Malemide PEG11 Biotin 100.00%

FIG. 22E
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Antigen F(ab’} fragment Ko Kon ke {1/8)
{ni) {1/Ms) off
CBD1033.24 4.01 | 3.24x104 | 1.30x104
HuCb8a
mouse F¢
fusion
CBD1033.37 6.85 | 2.09x104 [ 1.44x10+
FIG. 23A

Biotinylated CBD1033.37
Binding kinetic sensorgram

Association Dissociation
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in vitro transfection in activated 7T celis
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FIG. 24B

In vivo delivery of mCherry-encoding tLNP in NSG-PBMC mice
Blood
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CAR Expression in CD8 T celis
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CAR-PE Median in CD8 T celis
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CAR Expression in CD4 T cells
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CAR-PE Median in CD4 T cells
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CAR-PE Median in CD8 T cells
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Group Zg;?’;: CBD number Liabiii:]y‘;&e;goﬁr;eered
1 CBD1033.37 None
2 CBD1381.37 HC _N55Q
3 CBD1382.37 HC_N55A
4 37 CBD1444.37 LC_ D308
5 CBD1622.37 LC_D30S/HC_N55Q
5 CBD1623.37 LC _D30S/HC N55A
7 CBD1033.42 None
8 42 CBD1622.42 LC_D30S/HC _N55Q
9 CBD1623.42 LC_D30S/MHC_N55A
10 CBD1033.44 None
11 44 CBD1622.44 LC D30S/HC _N&5Q
12 CBD1623.44 LC_D30S/MHC_N5S5A
13 CBD1033.45 None
14 45 CBD1622.45 LC_D30S/HC _N55Q
15 CBD1623.45 LC _D30SMHC _N5B5A

IgG
16 (LALAPA) CBD1033.29 None
(AJICAP)

FIG. 26E
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Competition binding assay using BLI
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FIG. 28A

Cross-competition of known anti-CD8 antibodies
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in vitro transfection of CD8

1089 targeted tLNPs in human T cells
L g0 @ CBD1033
3 W TRX2
|_
© 60
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Transfection of CD8 targeting tLNPs in NSG-PBMC
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