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Chimeric and Humanized Variants of 708

KD {nM} Over
LC HC Human MSLN
Chimeric 7D9 Chimeric Chimeric 1.84
ToO.v1 Vg Graft VH 7 Graft 3.88
V48], F87A, 1881, K7ES,
700.v2 Y36F, Y8TF N76S and L8OM 1.78
7D8.v3 Y36F, Y&TF VH ra Graft 1.6
V48!, FE7A, 1681, K758,
7D9.vd Y Graft N78S and LBOM 3.01
7D9v5 Y36F VH 7 Graft 3.49
7D9.v6 Y8&7F VH 7 Graft 4.08
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Scatchard Analysis of Humanized 22410 Variants on gD-Mesothelin BJAB Stable Cells

Pag?;@d . Cyno Cyno+Hu Cyno
h22A10 Graft nM | Graft | v1nld v viTnM | vi7 v83InM | v83
Yersion Sites Sites Sites Sites
Cyno BJAB 1.0 25000 1.0 21000 1.0 25000 1.3 45000
Human BJAB 1.6 18006 1.9 16000 1.7 17000 1.8 31000
Rat BJAB 1.9 22400 28 15000 3.9 24000 2.7 31000
2
o o r= =
h22A10 = ¥ & g
oy} @
g o 8 =8
GR 1 17 83 & b = <
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Humanized Antibody SEQ
709 Region Sequence ID NO:
h7D9.v1, h7DO.V3 HVR-L1 KSSQSVLYSSNOKNYLA 17
h7D8.v1, h7D8.v3 HVR-L2 WASTRES 18
h7D8.v1, h7D8.v3 HVR-L3 HGYLSSYT 19
h7D9.v1, h7D9.v3 HVR-H1 GYTFTTYWMH 20
h7D8.v1, h7D8.v3 HVR-H2 GYIRPSTGYTEYNGKFKD 21
h7D9.v1, h7D9.v3 HVR-H3 ARSRWLLDY 22
h7D9.v1, h7D9.v3 VL-FR1 DIOMTOSPSSLSASVGDRVTITC 23
h7D8.v1 VL-FR2 WYQQKPGKAPKLLIY 24
h7D9.v3 VL-FR2 WFQQKPGKAPKLLIY 25
h7D8.v1 VL-FR3 GVPSRFSGSGSOTDFTLTISSLQPEDFATYYC | 26
h7D9.v3 VL-FR3 GVPSRFSGSGSGTDFTLTISSLOPEDFATYFC | 27
h7D9.v1, h7D9.v3 VL-FR4 FGQGTKVEIKR 28
h7D8.v1, h7D8.v3 VH-FR1 EVOLVESGGGLVOPGGSLRLSCAAS 29
h7D9.v1, h7D9.v3 VH-FR2 WVRQAPGKGLEWY 30
h7D9.v1, h7D9.v3 VH-FR3 RFTISADTSKNTAYLOMNSLRAEDTAVYYC 31
h7D8.v1, h7D8.v3 VH-FR4 WEQGTLVTVS 32
Humanized Antibody SEQ
22A10 Region Sequence ID NO:
h22A10graft, hZZA10.v83 HVR-L1 | RASQDISNYLN 33
h22A10graft, 122A10v.83 HVR-LZ | YTSRLHS 34
h22A10graft, h22A10v.83 HVR-L3 | QQGNTLPYT 35
h22A10graft, h22A10v.83 HVR-H1 | GFTFSDYFMS 36
h22A10graft, 122A10v.83 HVR-H2 | ATISNGGTYTYYPDSVKG 37
h22A10graft HVR-H3 ARFDGYYFDY 38
h22A10v.83 HVR-H3 ARFDGYIFDY 39
h22810graft, 122A10.v83 VL-FR1 | DIOMTQSPSSLSASYGDRVTITC 23
h22A10graft, hZZAT0.v83 VL-FR2 | WYQQKPGKAPKLLIY 24
h22A10graft, 122A10.v83 VL-FR3 | GVPSRFSGSGSGTDFTLTISSLOPEDFATYYC | 26
h22A10graft, h22A10.v83 VL-FR4 | FGQGTKVEIKR 28
h22A10graft, h22A10.v83 VH-FR1 | EVOLVESGGGLVOPGGSLRLECAAS 29
h22A10graft, 122A10.v83 VH-FRZ | WVRQAPGKGLEWY 30
h22A10graft, h22A10.v83 VH-FR3 | RFTISRDNSKNTLYLOMNSLRAEDTAVYYC 40
h22A10graft, h22A10.v83 VH-FR4 | WGQGTLVTVSS 41
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Mean Fluorescence Intensity

Endogenous

h7D9.v3

h22A10.v83

Fi

(. 12

12/ 32
Cross-reactivities of h7DO.v3 and h224810.v83
4000
25001 Human
L2} Cyno
3000+ Rat —
2500+ b Moyge A Al BN N
2000~ WT I
1500 N ) WU i . o SE—
£
1060 —
FST010 10 e Ry SSE——— ;. U P O S——
G . 5 ; ,

h586 Anti-gD

Anti-mesothelin Antibody Affinities

Scatchard Analysis on Mesothelin Stably Transfected and Endogenous Cell Lines:

it | comrr | i | conr
Human BJAB 0.25 20000 1.8 45000
Cyno BJAB n.d. 1.3 31000
Rat BJAR n.d. 27 31000
Human 293 4.2 n.d. 2.7 80500
Cyno 283 n.b, 4.3 356000
Rat 203 n.d. 7.3 81000
Hurnan HT1080 0.97 130000 6.2 38000
Cyno HT1080 .. 64 113000
Rat 4/4-RM4 n.d. 8.2 171000
OvCar3 0.53 14178 9.2 5516
OvCardx2.1 0.56 39863 9 15294
HPAC 1 2600 9.4 7300
Capan? 0.63 10000 4.2 11250
AsPCA 0.58 2300 8.3 7100
HPAF-H 0.41 4200 10.45 6400
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Efficacy of h7D9.v3-veMMAE Similar to h22A10-veMMAE
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~  MUCTS Complexes with Mesothelin,
and the Two Proteins are Co-shed
from Dual-positive Cell Lines
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