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GM-C01619  ADCC FcyRIlla(158F) Jurkat Effector Cell Line 5E6 Cells/mL

e 77 i AR A HE R
GM-C01619 ADCC FcyRIIIa(158F) Jurkat Effector Cell Line S5E6 CellssmL 1%  -196°C
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ADCC Hpfififcisi v 4u i/ T r4r i 8/ A (antibody dependent cell-mediated

cytotoxicity, ADCC) , J2fa3iA Fo 324 Sy 40 i i iR m ik Fe BrEHR Sk

—_D

RS ELE S SRR IIVE R . B4, ADCC 1EFMLHI B SRASIN . 37 B A sl S 4 A 1)
DR ik SR B HARTUR S & WRGUAR) Fo BRI &5 & BNV 40 (E %
FNERAGYN,  natural Killer cells ) FRTHIY) Fey Rllla 524k f, PFREAL 40 M ED & A
ZHEAHL, T ADCC fEFHVLHER BT . SRR 2 S R AR I & i, X —
TRbr i AEZ B ADCC AP A v, S 2 S pRAGIN 75 920 FH Bt 1) A el i A%
e ¢ PBMC ) BREARAM ( NK D AL RAE RN AL . X EEAH g 525 A S AR
K, METHIE, A5 5ERRSRE S

ADCC Reporter 41iffl &6 | ADCC 1 FH ML 25 S ok A v s S i A S s
P RS RIS 4R B NFAT GE T 4EMUZN ) 1@ 5 1 58 DR S R i
o IEAR,
fafase #ik T FeyRIlla ZH(158F)FIHH NFAT R TG FIREhH A 5 K B K.
RYE ADCC {EHIMLHI P A PiE el NFAT @B AR Rl e &, RN 40
J b RO RS Rl A RO R UE B . I EE S E s, BRI,

HAEKSEZ R R AR, P IO BRGNS =AU R R S R R R G,
FE T 252 ADCC 4l 2 5 il AR 55

ADCC it 2k PRSI 177 G P CRECSE 1Y) Jurkat 20 AR 2L, 1240

78

' ADCC +HI< 4 2 A1 ADCC & PR IR 55,

Target Cell
fp b T \Atgnwl‘ [
Antibody
UL gl gL gl ! F‘WR[“"‘\ i) g P
(158F)
yzg g Effector Cell

Release of Cytotoxic
Granules

l

‘Target Cell Death

Luciferase
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1. giffsEsR. R RAEFIES

2 0 B2 5 B TR I RPMI 1640+10% FBS+1% P.S
AR A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+0.75 pg/mL Puromycin
2 R AT 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S

2. Assay RFFEM HER

e

Reagent Specification Manufacturer/Catalogue No.
RPMI 1640 500 mL Gibco/C11875500BT
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
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
H CLDN18.2(isoform2) CHO-K1 Cell Line Genomeditech/GM-C05273
Anti-CLDN18.2 higG1 Antibody(Zolbetuximab)  / Genomeditech/GM-34137AB
GMOne-Step Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040503C

oA FEM RS

Equipment Manufacturer/Catalogue No.
g iR A ThermoFisher Scientific/Countess 3
EEFRAN Moleculardevices/SpectraMax L
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HRE 7 2. Zfateft
SPCKIRBA SR IIE, MATARIE M SRS 1% 2R, WHERERE, &

TEEFRIE S 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 EIREIJG, £ 48-72h AlEAT S —IRAEAR, Utk
c) F 70% Z AR A7 AN LA AR TS B L VAEAR i 20 M 855 97 5 T R BN AR R A
B, TEAEY) R AN U G T R A R KIGFrRAE. A 48h RALAR, FRUVGE UM nE I3
MR RIS T ) EOE T, BERS, HRIRIE, AR SO R E
176 xg, &0 3 min, F4HMEYTE, 7 LG C) AU EIAF) 1.5-2 <108 cells/mL, 11% 3,
d) fiH 1 mL So5ssRiksE g, a0 H R 2-3 RERERALAL, ANELEHHFEE 2 < 106
G g O Bm A, A>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 )
) 4-6 <10° cells/mL, HRHE4H MR S, K B IO i A KB IR A, SRR KA R RAT Y
YRR A 1-2 4> T25 H (3-5mL & » SRR NHTI) T25 Bi o fHh gk 8% 75 .
BREFE
3. HMETRAF a) ZAMXEEBONEUR, BIE. SRANEER
a) R 176 xg, 3 min 25U . R A B T .
b) fsf FH A 20 BV A7 (90% FBS + 10% DMSO) b) HUMHRMERES, AR % U RE Y
HURAHML, AR Ry 5 =< 10° cells/mL, ANE F R,
B L mL RS R A ¢) FBS &7 56T N 30 44h, FRIEAMER
c) FrEET, E4hidE, KMIEAEE THER AR, (B 5% B L5 K T R4
mE, -80°C T RAFED 1K, RIERZWR W T
A
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1. Assay HiFsEL

ASZEGAE ] 1.5% 10° cells/Well ] ADCC FeyRIlIa(158F) Jurkat Effector Cell Line f1 1 x

104 cells/Well ) H_CLDN18.2(isoform2) CHO-K1 Cell Line #£47 525 .
f# F§ Anti-CLDN18.2 hlgG1l Antibody(Zolbetuximab) ( %) 150kDa ; LI T fij #&
Zolbetuximab) , FEHIKE (Conc.01) 4 50 pg/mL, 3 {586 FF:, Conc.01-Conc.11 4 iHE

ifE B1-B11, B12 2y 0 kXA, FEEFLAMA 100 uL PBS, PABGIEILFLZEK o

FLARAT -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
] 50.00 16.67 5.56 205.76 68.59 . 7.62 2.54
Zolbetuximab
pg/mL  pg/mL  pg/mL ng/mL  ng/mL ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) hnkeB IR

a) SZUGHT 16 — 24 h, JHALECUEE H_CLDN18.2(isoform2) CHO-K1 Cell Line 4iiffl, A5
R E RN, VRN R A Y, AN e A B R AR I T X, R R
F] 1 <105cells/mL, VAFEMEHD 100 pL A /L2 A 4L, A FEIRFLANn 100 uL PBS, % ©
W, TR E .

b) AEH 1 ANER 96 FL V JRHRAE R PUAMRE .

c) M, H—17 (W B1-B12) .

d) HEREHR

VLR it BE RN WARES
Zolbetuximab 5.249 mg/mL / HEA AR

f) 96 L VJEMH, M Assay Buffer, AL TR, 1 B1 FLINA 90 pL Assay

Buffer, B2-B12 fL, fI A\ 60 uL Assay Buffer.
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Q) IAFEARRR AR IRE S BB RIS — BRI REAL T (i B1 FR A 1.75 L

Zolbetuximab) , JEZ].

RO | BARERVREAL, ARV AITLIRIN 30 uL, IOAIKTL Xt
1 2 3 4 5 6 7 8 9 10 11 12
1.75 uL

90 uL 60 pL 60 uL 60 pL 60 pL 60 pL 60 uL 60 uL 60 pL 60 uL 60 uL

Zolbetuximab

h)  MEE—ANFREFL BL HIREL 30 uL, IIAFISE AL B2, FeRA.

i) DLRSSHE, EES 11 MEEREIL (B1D) .

e) SIGHT 1-2h, B0 sE ADCC FeyRIlla(158F) Jurkat Effector Cell Line, LA Assay Buffer
BB, T E MR R A, i kb Assay Buffer ()77, % ADCC
FcyRIIIa(158F) Jurkat Effector Cell Line | 3 <108 cells/mL, £5/.

) KPR a WE LR AU, BALRSE 100 pL FiE . IABER | HE LRI
FL& 50 uL.

K) RGN e #4147 ADCC FeyRIlla(158F) Jurkat Effector Cell Line i, 4E4L
%50 uL.

) LW, T 37°C CO 853+ 48 1457 6 h.

m) A RS FEFA AR E, Al Luciferase.

2) s HEERI

AR B PR I U S

ADCC FcyRIIIa(158F) Jurkat 0 pg/mL 50.00 pg/mL 846.75 pg/mL
Effector Cell Line 1486 108839 1466
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3) WiIF4ER

Lumincscence (RLU}

ADCC FeyRITa(158F) Jurkat Effector Cell Line

[I_CLDNI8.2(isolorm2) CHHO-K1 Cell Linc

1.5x10%+

1x10°4

5x1044

-2 0 2
Log gl Zolbetuximab] (pug/mL)

ADCC FoyRTTa(158F) Jurkat

EC50 | 0.1267

Lumineseenee (RLU)

ADCC FeyRIa(158F) Jurkat Effector Cell Ling
II_CLDNI18.2(isolorm2) CILO-K1 Ccll Linc

1.5x10%+
1x103+
Sx104
0 T T 1
-4 -2 0 2 4

Log o[ Zolbetuximab] (nM)

ADCC FoyRiMa(158F) Jurkat

EC50 | 0.8448

Fig 2. BAESR A BN 25 A7 ot Bk BE AN R R R S J )

sl AEEL (R BIRAF
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FcyR

Cynomolgus_FcRn MDCK Cell Line H_FCGR1A(CD64) CHO-K1 Cell Line
H_FCGR1A(CD64) HEK-293 Cell Line H_FCGR2A(CD32A) CHO-K1 Cell Line
H_FCGR2B(CD32B) CHO-K1 Cell Line H_FCGR3A(CD16a) 158F CHO-K1 Cell Line
H_FCGR3A(CD16a) 158V CHO-K1 Cell Line H_FCGR3B(CD16b) CHO-K1 Cell Line
H_FcRn CHO-K1 Cell Line H_FcRn MDCK Cell Line
Mouse_FcRn MDCK Cell Line
Anti-FcRn hlgG4 Reference Antibody(Rozabio) Anti-H_FcRn 1gG4 Antibody(Rozanolixizumab)
Anti-Mouse CD1632 mlgG2b Antibody(2.4G2)

ADCCP
ADCC FeyRIMa(158V) DDX3STM Jurkat Effector by poriita(158V) Jurkat Effector Cell Line
Cell Line
ADCC M_FcyRIV Jurkat Effector Cell Line ADCP FcyRIla DDX35TM Jurkat Effector Cell Line
ADCP FcyRlla Jurkat Effector Cell Line ADCP FcyRIla R131 Jurkat Effector Cell Line

ADCP FcyRIIb Jurkat Effector Cell Line

A5 FH VAT B

AR AR AT AR BT AR, A IR AN AT R RN R R BV AT IORCRIR T 4 VT RT
N FHEVPR R VPRI AR, GRS, T BB ESRREaTRR T A AL

FEE W EMRPET RIJ7 2 18], VP al 5 A fevr AR B AL R . $F i A3, 2k
B PR DA SO AR, PR TSR AT B, BRRE. K EEYE
AR TSGR =T T ANV T AR SE H i .

VERE I 25 5 L R B

SR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd
AR F PR ABERM R, TR AEH T ANRIAIT Y For research use only !

10 / 10


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-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-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

