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TEETUAR DI Pk Fab BtS 4R L HArpURS &, WRGUAR Fo BRI 45 & 5
RS (BN ERRAHMDD R FoyRIla 524k b, WM AR A RD R A= 2 ARG, ¥
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1. giffsEsR. K. RAEFES

Y5 95 B TRk RPMI 1640+10% FBS+1% P.S

AR A TR RPMI 1640+10% FBS+1% P.S+0.75 ug/mL Puromycin+3.5 pg/mL Blasticidin
M AR AR 90% FBS+10% DMSO

ADCP Kl Z2hi: ~ RPMI 1640+1% low IgG FBS+1% P.S

2. Assay RFFEMHEE

R
Reagent Specification = Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
Fetal Bovine Serum, ultra-low 1gG, NZ origin 100 mL Thermo/1921005PG
RPMI-1640 500 mL Viva Cell BIOSCIENCES/ C3010-0500
96 Well Clear V-Bottom Tissue Culture 96-Well Corning/3894
96 Well round Well culture plate 96-Well NEST/701001
96 Well White Flat Bottom Polystyrene Not 96-Well Corning/3912
Treated Microplate
Anti-CLDN18.2 hlgG1 Antibody (Zolbetuximab) / Genomeditech/GM-34137AB
Human Fc gamma RII/CD32 Alexa Fluor® 488- / R&D SYSTEMS/FAB1330G-100UG
conjugated Antibody
GMOne-Step Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040503C
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
A AR AX Moleculardevices/SpectraMax L
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a)

T TR B BF
R 75 2. 4lffRAR
SPCKHTAS R, MATARIY % SREREN 1S 2K, EAEFERE, &

RIS ML & 15 mL B,

HRRSRER, BEEASTHEIRERKERESR

b)  MVBRZ B VR A A L IR EBON 37°CHEIR K #t.
VB, K 4H MR TR 22K TR DA R AR PR B R R a) LAk AR, B
HENIRIEfE GEE 2-3 70480 by EIREIG, £ 48-72h Al AT —IRAEAR, itk
c) I 70% Z BE AR VR AR B AN LA RRAR TS S L YRR 441 M 5 77 5 ) R B s I AR R A
B, TEAEY) R AN U G T R A R KIGFrRAE. A 48 h RALAR, FRVGE 4 FMnE 5
MR EIL T ) BT, REIRS, HRIRIE, AR SO R E
176 xg, £5.0 3 min, fF4HMEVTE, FF Bk, C)  HYHfEE ik F) 1.5-2 < 108 cells/mL, 1 1% 3,
d) fiH 1 mL So5ssRiksE g, a0 H R 2-3 RERERALAL, ANELEHHFEE 2 < 106
AR O Bm A, M= 3 x 108 cells/mL, #EFEfHH T25 AT A ARG 7%
cells/mL. d) ZAMRAEIEMN, AR [
e) I AMINE ARG FRIEIO I, R A M V21 SRR BN A R AR R LB 3 )
1 4-6 <10° cells/mL, AR5 4H AR S AAFR, K BRI A KB IR A, RS KA R IRAT Y
YRR A 1-2 4> T25 H (3-5mL & » S EF N T25 B vh 4k e85 9% .
BREFE
3. HMETRAF a) ZAMXEEBONEUR, BIR. ERANEER
a) fH 176 xg, 3 min 25.CUS LM . R A B T .
b) fsf FH A 20 BV A7 (90% FBS + 10% DMSO) b) BUMHRRERER, AR % U R E
HURAHML, AR Ry 5 =< 10° cells/mL, S T T
B L mL RS R A ¢) FBS &7 56T Mk 30 44h, FTRIEHMER
c) FrEET, E4idE, BMEAEE THER HAEE, (B 52 B £ 5 K T R4
mE, -80°C T RAFED 1K, RIERZWR W R T
A
S EYRM: () ARAR Genomeditech (Shanghai) Co., Ltd
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N R
1. HE
a) ARSEELL H_CLDN18.2 CHO-K1 cell line U EE 4 i g #E A B b AT 259 B BH . EH0TAS
FIPUARRE A, BRAF D BRI EEA0AE . An SRR BT ] AT R RS0 AT A,
BRI BT 40 i - 4L 40 ) Lu 6, [5l%E ADCP M4 ¥ H 1.5 x 10°
Cells/Well(96 LK), VAEEEANMIEL . *F T WiEESEA M HEZEY) E:T ratios v 15:1(1.5
=< 10° BN 4H MY - 1104 SE4H )
b) EtXIAFEBUA, T A FTE 6-24 h HEIRAT e SN TE .
1. A%
a) ADCP il g2
R 24 K ) 243 B ADCP Kl Z2 i, i T T 22 37 <C.
e ECOT R ORHR A FEA M, HEEE ADCP R IIZE MRS 1% low IgG FBS. 41k
A5t FH o A EL 2 i g SRS 1), T AE 0.5-109% 7 [ A LA L R
b) 6 FERRRE P BRI I Ak
A LIRS LLAT %48 ADCP 40 o fr i il g Fy st SR, e B R T AR ANl i e
AR ZAIRE (190 o WRNNAHUAR TAEWRERAFNN, M 15 pg/mL KIERIGIKE,
AR SR A

2. HERIFEAIEL

SARTE 2.5:1 F) 25:1 HITEEI NG ADCP 250 2 it FEE 20 At L 71 ( E:T ratios). {4
ADCP Bioassay % 41 1 %5 BEANAT, i BEERAN MR FE A NS, AT 1.5 %108 Cells/Well
f) ADCP Bioassay R 4Hfufl 1 = 104 Cells/Well 4820 i (R 25 ). B FUMCHEAR W R
K.
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1 2 3 4 5 6 7 8 9 10 11 12
PBS
Anti-CLDN18.2 KNE) 937.5 234.38 58.59 14.65 3.66 915.53 228.88 oBS
higG1 Antibody pg/mL  pg/mL | ng/mL | ng/mL ng/mL ng/mL ng/mL | pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

FESZIGHT 20-24h, K4 H_CLDN18.2 CHO-K1cell line M¥sFRH AL Tk, LA
BN FRAE BN, AU AE S . B0 130200 >y (R A 7] 2 i mT i 4 A ) i
SEANAE, T LUK RS IR R B 5 1 <108 Cells/mL.  LAHEHE I 100 ul 40 /ALZ )
60 NfL. JAFEIRIFLIN 100 uL PBS. % bWss, TR E .

3. BiikBEEERRE
T 435 ADCP RO 76 % ) B AG0 F, BETAREE 2 AT se36 vk, i ADCP Al 19
B 45 G 8 AR AR BE AR FE AR R IO AL 7 %o R TIT B ME SR AN RR TR L 4 f5 06
TR 25 o FRBE LI AT AR AL %, DL Anti-CLDN18.2 higG1 Antibody (2.836 mg/mL) ,
ALERIE A 15 pngiml, B E A
a) WFER, EFHE R 96 ALV RARME & L BEANMRRIRE S S —17 Cln B2-
B10 1T, HLEE AL 6 Mifk) o anfE B2 LA 72.56 uL /) Assay buffer,

B3-B11 A 55 uL ] Assay buffer.

BRI | BREERRREAL, RUCAAITLI 183 L, AL | 3L |

1 2 3 4 5 6 7 8 9 10

11

12

0.78 uL 72.56
Anti-CLDN18.2 ulL

DN 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
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b) £ B2 fLH A 0.78 uL ) Anti-CLDN18.2 hlgG1 Antibody ¥ifk, JE%]. Btk B2
FLRIBUAIMREE Ay 30 pg/mL (259K EE) o X T ASEREE AR, & FLIMAFUR AR,
T ALJE IR B R R AR IR Y, AT DA HEA AT S50

c) M B2 fLUEHK 18.3 uL A, IIAZF] B3, TR

d) M B3 fLURHK 18.3 uL A, IIAZF] B4, FE R

e) LA, EE B10 1L, BLL AAINBUAIIN .

f)  CRKEEEMRLPUAR 2 ARG Bk, 2 e R R A .

4. #E£ ADCP Bioassay 3N 41
a) MR IR 42 ADCP FeyRlla Jurkat Effector 415 50 mL B0, 5
I P 35 77 . LA Assay Buffer k41 i, 7% %2 3 <108 cells/mL, 41 i3 /7>95%.
XT3k 96 FLARI 60 NFL, ZUFEE 1 =107 cells ADCP US4 il .
b) =i& 130>y .0 10 min, L 10 mL 1<DPBS ¥e4HfE, &0 130>g 10 min. LA ADCP

o I 2 i o B A, 1R E 3 <108 cells/mL.

5. IIAFUEFD ADCP Bioassay 353 40l
a) DUR 2 M LR, BESLFE 100 pL B IREE.
b)  PAHEM I UE &4 () ADCP FeyRIla Jurkat Effector 40/l 50 uL, 150,000 ZHff1/fL(1.5
% 10° Cells/Well).
) R HTAER I HIFUARRS EEM R LAHAE A FLIN 50 L.
d) @5 bR, T 37T CO, ¥FRFEHHFE 6 h.
6. i EEKN
S A ik AR I 15 B

ADCP FcyRlla Jurkat Effector 0 pg/mL 15 pg/mL 228.88 pg/mL
Cell Line 2843 22719 2700
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7. WHFEER

Luminescence (RLU)

ADCP FeyRlIla Jurkat Effector Cell Line

H CLDNI8.2(isoform2) CHO-K1 Cell Line

2.5x 104+
2.0x 1044
1.5x 1044
1.0x 1044
5.0x10°4
0 T T T T T J
-4 -3 -2 -1 0 1 2
Logio[Anti-CLDN18.2] (ug/mL)
ADCP FeyRlla Jurkat Effector
EC50 0.04104

Luminescence (RLU)

ADCP FeyRlIla Jurkat Effector Cell Line
H CLDNI18.2(isoform2) CHO-K1 Cell Line

2.5x 104+
2.0x 1044
1.5x 1044
1.0x 1044
5.0x1044

0 T T T T T J

-4 -3 -2 -1 0 1 2

Logio[Anti-CLDN18.2] (nM)
ADCP FeyRlIla Jurkat Effector
EC50 0.2736

Fig2. i/l ADCP RGN, YiEHtikmas Ronfl
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fiisx 1. fREtEiir

ADCP FcyRlIlIa Jurkat Effector Cell Line
H CLDNI18.2(isoform2) CHO-K1 Cell Line
9- EC50

©- CP5 0.04656
& CP10 0.04241

CP20 0.05182
- CP30 0.04928

Fold

-4 -3 -2 -1 0 1 2
Logo[Anti-CLDN18.2] (ug/mL)

Fig 3. Fa/E MEIRELE 3

fi% 2: MAKIUELR

‘ SamplelD Geometric Mean : FL6-H
M | Jurkat FITC-anti-H_FCGR2A 911
‘ ADCP FCyRlla Jurkat Effector FITC-M_IgG 688
| ADCP FCyRIla Jurkat Effector FITC-anti-H_FCGR2A 16464

Normalized To Mode

FL6-H :: FITC-H

Fig 4. Ji VB 4s 5
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Cynomolgus FcRn MDCK Cell Line

H _FCGR1A(CD64) HEK-293 Cell Line
H_FCGR2B(CD32B) CHO-K1 Cell Line

H FCGR3A(CDI16a) 158V CHO-K1 Cell Line
H FcRn CHO-K1 Cell Line

Mouse FcRn MDCK Cell Line

Anti-FcRn hlgG4 Reference Antibody(Rozabio)
Anti-Mouse CD1632 mIgG2b Antibody(2.4G2)

H _FCGRIA(CD64) CHO-K1 Cell Line
H_FCGR2A(CD32A) CHO-K1 Cell Line

H _FCGR3A(CD16a) 158F CHO-K1 Cell Line
H FCGR3B(CD16b) CHO-K1 Cell Line

H FcRn MDCK Cell Line

Anti-H FcRn IgG4 Antibody(Rozanolixizumab)

ADCCP

ADCC FcyRIlla(158F) Jurkat Effector Cell Line

ADCC FcyRIla(158V) Jurkat Effector Cell Line
ADCP FcyRIla DDX35TM Jurkat Effector Cell Line
ADCP FcyRIIb Jurkat Effector Cell Line

VR i

ADCC FcyRIlla(158V) DDX35TM Jurkat Effector
Cell Line

ADCC M_FcyRIV Jurkat Effector Cell Line
ADCP FceyRlIla R131 Jurkat Effector Cell Line
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https://www.genomeditech.com/cell-line/Cynomolgus_FcRn-MDCK-Cell-Line
https://www.genomeditech.com/cell-line/H_FCGR1A-CD64-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_FCGR1A-CD64-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_FCGR2A-CD32A-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_FCGR2B-CD32B-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_FCGR3A-CD16a-158F-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_FCGR3A-CD16a-158V-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_FCGR3B-CD16b-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_FcRn-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_FcRn-MDCK-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_FcRn-MDCK-Cell-Line
https://www.genomeditech.com/antibody/Anti-FcRn-hIgG4-Reference-Antibody-Rozabio
https://www.genomeditech.com/antibody/Anti-H_FcRn-IgG4-Antibody-Rozanolixizumab
https://www.genomeditech.com/antibody/antibody/Anti-Mouse-CD16%5C32-mIgG2b-Antibody-2.4G2
https://www.genomeditech.com/cell-line/ADCC-Fc%CE%B3RIIIa-158F-Jurkat-Effector-Cell-Line
https://www.genomeditech.com/cell-line/ADCC-Fc%CE%B3RIIIa-158V-DDX35TM-Jurkat-Effector-Cell-Line
https://www.genomeditech.com/cell-line/ADCC-Fc%CE%B3RIIIa-158V-DDX35TM-Jurkat-Effector-Cell-Line
https://www.genomeditech.com/cell-line/ADCC-Fc%CE%B3RIIIa-158V-Jurkat-Effector-Cell-Line
https://www.genomeditech.com/cell-line/ADCC-M_Fc%CE%B3RIV-Jurkat-Effector-Cell-Line
https://www.genomeditech.com/cell-line/ADCP-Fc%CE%B3RIIa-DDX35TM-Jurkat-Effector-Cell-Line
https://www.genomeditech.com/cell-line/ADCP-Fc%CE%B3RIIa-R131-Jurkat-Effector-Cell-Line
https://www.genomeditech.com/cell-line/ADCP-Fc%CE%B3RIIb-Jurkat-Effector-Cell-Line

