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Fig 2. 4 Anti-CLDN18.2 #AERsFE; 287 16-24 h FL®E H CLDNI8.2(isoform2) CHO-K1 Cell Line
(Genomeditech/# GM-C05273) , ffL4ifLE 1x10*1~; 3287 1-2 h A& ADCC FeyRIlla(158V) DDX35™
Jurkat Effector Cell Line (Genomeditech/# GM-C26024) , HfL40MIE 1.5x10° 4> BRI
H_CLDNI18.2(isoform2) CHO-K1 4iffifL#R, ®FLIRFF 100 uL 3537, AR50 BN 50 pL ADCC
FcyRIIIa(158V) DDX35™ Jurkat Effector Cell Line 418, 50 pL #iFE4FH Anti-CLDN18.2 Z%), §% % 24 h
JE R Luciferase 18, ¥ GraphPad REEHATEIE AT, AR NMER . SRER, AR
52, EC50 HfHfasE .
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Fig 3. #4% Anti-CLDN18.2 BB ; 4287 16-24 h 2 ® H_CLDNI18.2(isoform2) CHO-K1 Cell Line
(Genomeditech/# GM-C05273) , HSfLAIME 1x10*1; 3207 1-2 h Bt & ADCC FeyRIlla(158V) DDX35™
Jurkat Effector Cell Line (Genomeditech/# GM-C26024) , HFLANME 1.5x105 4~ BUHHES K
H_CLDNI18.2(isoform2) CHO-K1 #iffLi, SFLWFE 100 pL 355%, SRJ55HMA 50 uL ADCC
FcyRIIla(158V) DDX35™ Jurkat Effector Cell Line 40f. 50 uL FiBslr ) Anti-CLDN18.2 24, 3 €L,
W 24 h JEAEI Luciferase 2018, 14/ GraphPad RHATHEIE AT, IABIREESNE R, SR ER, P8
5 P38 A3, ECS50 M.
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h. MRHER
1. SR, R7F. ERlHlnE%

2 5 R R RPMI 1640+10% FBS+1% P.S
MAE K B IR RPMI 1640+10% FBS+1% P.S+3.5 pug/mL Blasticidin+0.75 pg/mL Puromycin
A LR AT 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS +1% P.S
2. BAIFEMHEE
R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Fetal Bovine Serum 500 mL ExCell/FSP500
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 96-well Corning/3912
Not Treated Microplate
H CLDNI18.2(isoform2) CHO-K1 Cell Genomeditech/GM-C05273
Line
Anti-CLDN18.2 higGl Antibody / Genomeditech/GM-34137AB
(Zolbetuximab )
GMOne-Step 2.0 Luciferase Reporter 1000T Genomeditech/GM-040513C
Gene Assay Kit
A A
Equipment Manufacturer/Catalogue No.
il e ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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1. ZfE > 2. YR
a)  3TCCKIBIATIIAE IREEFREE, IMATRE M E T WREGFER 1R 2R, FREGERE, FHARR

TEEFREE S mL & 15 mL BOE.

SRER, BERATHIAERNEKERE.

b)  MREFECEAHAAAIRIF RN 37°CIERK  a) M4 B R, BirA K.
TR, B A IR TR 22K TH DA R B3R 4R Bl R b) EIRENE, £948-72h AHHTE —IRAEAC, B
HEININIEG G 2-3 40450 . DA AR 5 2 0 5 5% 5 T B s I A 2= i A
¢)  H 70% CEFE R AT AN LA BR AR TS G L KHEFRAE . 2 48 h KA, VUS4 E I3
o IEAN) R AR B G R R T A R, RSO R
BRI ) MELEY, BREIRS, c) YLMPEEFFIAF] 1.5-2 x 109 cells/mL, 1 1% 3,
176 x g, B0 5 min, fEAUMITTE, 7 LK. B 2-3 RARLEAEA, AEILHEEH 2 x 10°
d) M 1 mL SIRREFRAEEE, ATHCH A cells/mL, HEFEMHF T25 M7 AR 9%
M E RO EEMR, M= 3 x 100 &) IZMNEITFR, SRR R
cells/mL. 21 XA BDIRSBOA AR AAR T LB A
e) IEILAMINE AREFRIEMTE I, IR G A B IR A I AE KR TR, SRR A AT )
# 4-6 % 10° cells/mL, HRAEAHLER AT, K UGN T25 B gk 1 5%
YRR A 12 4 T25 H (3-5mL & »
B IR
\ FEEM:
3. AT a) XMW EEEONEUR, B, ARAEER
a) M 176 x g, 3 min B0 LN R A B T .
b) FEATAAIMAAFR (90%FBS+10%DMSO) ) sk R 3, FAIEN & BHFREY
HURAHML, AR LY 5 < 10 cells/mL, ANEF R,
B 1 mL PRSI ¢) FBS % 56°C 7K¥ 30 44h, FTHRIERMAAIE
o) FrEET, E4hidE, KMIEAEE THER NS, EFREEBHALHEKETFRLM
mE, -80°CTNRAFED 1 K, RIERZWR RS
&b
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. FERIE D
1. Assay JiFSELs

AR IR AR R 9] A B LA, X T AR SEE, H#EFE ADCC FeyRIlla(158V)
DDX35™ Jurkat Effector Cell Line ZHfi5 7y 1.5% 10° cells/fL. H_CLDN18.2(isoform?2)
CHO-K1 Cell Line ZHi=E 9 1x 10* cells/fL.

VRG24 F Anti-CLDN18.2 higG1 Antibody (Zolbetuximab) (150 kDa; DL R fA
PR Anti-CLDN18.2) 1ENMYEZ5%, Conc.01 #EE AN 15 pg/mL, 4 {586 EEHFE, Conc.01-
Conc.010 73 AIHHGAE B2-B11, B12 4 0 KFEEXTRE. JAREFLIIA 100 uL PBS, LAB; b

fLAK .
FLARAT 5 -

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

o3

Anti- s 3.75 937.5 234.38 58.59 14.65 3.66 915.53 | 228.88 57.22

CLDN18.2 pg/mL | pg/mL  ng/mL ng/mL ng/mL ng/mL ng/mL pg/mL pg/mL pg/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

T O ™ m g 0

1) InkeBER

a) FESZIGHT 16-24h, JHALE OIS H CLDNI18.2(isoform2) CHO-K1 Cell Line 41U,
PG 56 A TR 5L FR A, A AH S FETH R T DL e A R 7R B T R i o P
F| 1x10° cells/mL, PAHEFEAN 100 pL 4HAG/FLE aIFL, JEERSLAI0 100 uL PBS,
i bR, TR ISR

b) SEIGHET 1-2h, B0 YEE ADCC FeyRIIa(158V) DDX35™ Jurkat Effector Cell Line,
DL Assay Buffer £ & 40 M , 1 H 40 M % F KW 1, @ I A o
Assay Buffer ) 77 3\ , i % ADCC FcyRIIla(158V) DDX35™ Jurkat Effector
Cell Line #] 3 x 106 cells/mL.

c) A 1/NGE 96 LV RHRIER 25 R .

d)  BENFRNSUTA, FH—4T (40 B2-B12) .
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e) BRI
254 K i T fL & ik

Anti-CLDN18.2 2.836 mg/mL / BT AR

f) 96 fL V KM, A Assay Buffer, #fLAFI TR, W B2 FLIMIA 72.56 uL
Assay Buffer, B3-B12 L, fIIA 55 uL Assay Buffer.
g) AN EARFR R IR S B, IR — R EER R LR (4l B2 HRA 0.78

uL Anti-CLDN18.2) , &%),

R | BERERRRAL, SRUCRIFLIIR 18.33 uL, IIAIKAL | x|
1 2 3 4 5 6 7 8 9 10 11 12
0.78 uL Anti- 72.56
A 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
CLDNI18.2 uL

h)  MEE—AFEFL B2 PUREL 18.33 L, AR —/MEREAL B3, R4

i) DA, BEES 10 MEERBEIL (B1D .

i) KERR a WEIKRM H CLDNIS8.2(isoform2) CHO-K1 Cell Line ZHfFLEREH! ,
FALFE 100 pL B5953E, e 50 uL ) ADCC FeyRIIIa(158V) DDX35™
Jurkat Effector Cell Line 4ffl.

k) ARG E IS EERR LA Anti-CLDN18.2 254, 50 uL %4L.

) #% EAREE, T 37°C COr B5 - 177 24 he

m) RS RS &, A Luciferase.

2) WMEEFGN
275 4 5% B DR 15 -

ADCC FcyRIIIa(158V) 0 pg/mL 15 pg/mL 57.22 pg/mL
DDX35™ Jurkat Effector Cell 48864 752721 45273
Line
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3) WF4R

_o ADCC FeyRINla(158V) DDX35™ Jurkat

Lo ADCC FeyRINa(158V) DDX35™ Jurkat
Effector Cell Line

Effector Cell Line

8.0x105- 8.0x 1051
=) =)
gsmm& gammh
8 g
S 4.0x105 £ 4.0x1054
1] =
g ]
£ £
E 2.0x1054 E 2.0x10%
z o z o
0 . r r . 0 . r r 1
-6 -4 2 0 2 -4 2 0 2 4
Logio[Anti-CLDN18.2] (ug/mL) Logio[Anti-CLDN18.2] (nM)
ADCC FoyRITIa(158V) DDX35TM ADCC FeyRIlla(158V) DDX35TM
EC50 0.1151 EC50 0.7674

Fig 4 JES5 R A7 BN 29 AT PR IR FEAN BE /R IR FE R R 22D
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PP B R FeR 2 AR 55 4 58 =77 7B R AN AT 72 20 58 BHIFE Bl N AT A ARE SO 74X, ST, TR
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