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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 98B 2L, 1240

78

' ADCC +HI< 4 2 A1 ADCC & PR IR 55,
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1. giffsEsR. K. 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% low IgG FBS+1% P.S
2. Assay RFFEMHER
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25mg Genomeditech/GM-040401-1
Blasticidin 10mg Genomeditech/GM-040404-1
Fetal Bovine Serum 500 mL Thermo/10099141
Fetal Bovine Serum, pLtra-low 1gG, NZ 100 mL Thermo/1921005PG
origin
RPMI-1640 medium 500 mL BI/01-100-1ACS
96 Well Clear V-Bottom Tissue CpLture 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
Luciferase Assay Kit 100 tests Genomeditech/GM-040501A
Anti-CLDN18.2 hlgG1 Antibody / Genomeditech/Expression
XA FEMUEE
Equipment Manufacturer/Catalogue No.
A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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a)

b)

d)

e)

a)
b)

c)

T HREI. B FF
R 75

37°C/KIB TS IR B TR, I TRIE I E 555 %
A 5mL % 15 mL B.0%E

NV 2R R L R A 4 B R RN 37°CE IR K
By, AR IR 2K DL N RS AR, EEINI
MRt GEE 2-3 7380 .

HI 70% S 5ARRA7 8 AN LRGS0 J LA A A
W2 A EGR G R R AR E 40 SR B B
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
Jeta TR AL, 4> 3 x 108 cells/mL.

R AN IR IR R A, RS B 4-6
x10° cells/mL, L4 4 i 2o SRR, F 2 i Bl
R 124 T25 1 (3-5mL B , BRI,

AR AT

{$FH 176 <g, 3 min 25O

18 FA A AL 777 (90% FBS + 10% DMSO) i
gHf, PR HEE N 5 < 108 cells/mL, & 1 mL
SR BIH R E T

RS T ENhRd)E, WA B THERR &,
-80°C MRFFED 1R, REFR EWRE T .

o

2. LA

T AREREN 1R 2R, FRERERE, AR

SheR, BERATERERNEKERE.

a) ek, BiEAK.

b) FIREIG, 24872 h ATHHTH AR, K
ARG ARG TR TR B IR NPT R AR KB TR A
# 48 h ARALAX, ARUUE LM I IR, AL
AR R .

C) HaNfuEE LT 1.5-2 <108 cells/mL, 14%£3, FF2-3
RARGALAR, ANEALILR BEj 2 <108 cells/mL, #E#
T T25 AT fL AR 55

d) 2N RIRANE, AN HEREAE A a1 X
AR AR A B AT R o A AR AT DA BB [ 5 - R A
AT TRIE, SRS R AN AT 0 5] JE S N BT T25 1%

TR AR SERE 7

ERFE:

a) ZYEMIXTEEBOVEUR, B3R, AN EERREHE
B EHTEE

b) EHRAERRERESR, NEEN % LREREZINE
HEEFRE,

s EMRE (R AIRAF]
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a)  EXSAEGUARE S, AP BRTREEOA . W SRR R B2 A BT MEE A B AR AT A
W, @REi ET (GO 40 ¥E 40 f) e, [Hl e ADCC UM 4% H 1.5 x
105/Well(96 fLiR), W% FEA MR, x5 T NGBEREAN MU HEFF ¥ E:T ratios 4 15: 1(1.5 <
105 RMi4HME © 1 < 10% FELHMT) . T 2 SR MIHES () E:T ratios Jy 6 : 1(1.5 <10°
RN ZRAE - 2.5 <104 $EZH L) .

b) EFRIARFIHLAR, 7S A 7E 6-24 h JHRERA B R S I,
DLEE 2 it A T B 2 Fra 24450 154 BH
1) WE5EE

a) ADCC Ha il 2z i

Rl 24 K ) 24 & B ADCC il 22 i, i FH i i 22 37<C.

e ECOT R ORHR A FEAH M,  HEEE ADCC KM & H 1% low 19G FBS. 41k
A e SR L ) ks U0 ] B, AT AE 0.5-10% il A AR AL I K FEE
b) AR AR PRI BT AN ik

A LARYE LLRT (248 ADCC 40 st iakge It as A, 1 g PRI oA A A~ il 4t
PRRE R ERIRIREE (250 o QR HUAR R AR EE R AR A, H 15 pg/mL HI#ELRHK
B, ZJaARAE S0 B R

2) MEFIFEMELL

SHRTE 2.5:1 #) 25:1 (TR AL ADCC 2w 41 it B4 i Ee 51 ( E:T ratios). f#
¥ ADCC Bioassay M4l 25 FEAA, IRERANMIREE . 1E 5%, HAME 1.5 <10
Cells/Well ) ADCC Bioassay 24 4HAIAT 1 x<10% Cells/Well [FELHM (R FE) o Fe&

FLAR HEAR I
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1 2 3 4 5 6 7 8 9 10 11

Anti-CLDN18.2 15 3.75 9375 | 23438 5859 14.65 3.66 91553 | 228.88
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

FHRMPUAEERZ, WS LT LR

1 10 11 12

00600006

&
DD DD
0606600006

TESZURHT 20-24 h, K HE40 A H_CLDN18.2 CHO-K1 cell line( Genomeditech/ GM-C05273)
MIEEF AR, DA EE RS IR AR B 4, A DU 4E S /) F 4. 20 130-200 > (1R
A ) 200 0 v R e ) WSO A, LI B B SR B R BE AR B 1 < 10° Cells/mL. LA
Fhn 100 uL 4HAR/fLZE H1E) 60 SFL. FAFEIRSLAN 100 L PBS. #% bika:, THfE+inaE T
®.

3) PLikbhEMRE
N T 193] ADCC Aol 58 B (1 & GG ], @i AT < BT SEi0777%, 40 ADCC #:1%
I, 753 i 25 i 2 A AR TR T AR FE AR IR AL 7 6. I TN BRSO AR A T
PL 4 fEth FERMBE 2 A . MRE EL I m fR 4L %2 . BL Anti-CLDN18.2 hlgG1 Antibody
(0.35mg/mL; 150 kDa) , EIHIKSE N 15 pg/mL, FLEE N,
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a) R, [FHLEKR 96 FL V JEHHER SLI6 . BANRFIUEE S, i —1T (o B2-
B10 17, HEE n LUl 6 NHidk) o Wife B2 FLH N 67 uL 1) Assay buffer, B3-
B11 A 55 uL ¥ Assay buffer.
S| BRIERVRE L, HRUCOHTFLIREL 183 uL, IIATRAL | 3L |

12

1 2 3 4 5 6 7 8 9 10 11

6.29 UL

Anti-CLDN18.2
hlgG1 Antibody

JIIDN

67 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 pL 55 uL 55 pL 55 pL

b)

f)
4)
2)

b)

7£ B2 LI 6.29 puL i Anti-CLDN18.2 higG1 Antibody #ifk, JE%41. I B2
FLHIHUAIREE Y 30 pg/mL xR EE) o 0 T AN FR B I HAAR, B FLIMAGUARE AR,
LG HBA R R A AR EI R, PT DME RO T 5256 o

M B2 FLUHR 18.3 pL WA, IAZI B3, FEMRA.

M B3 FLUHR 18.3 pL Wik, IMAZI B4, FEMR.

DAL, B2 B10 L, BL1 AAINHUAIN .

KA MR PRI 2 FUIR G B, 5 HER RN 20

#E4& ADCC Bioassay XM 4H
L Assay Buffer = 241f, %% 3 <108 cells/mL, #HfiEiG /1>95%. X —Ht 96
UMY 60 ML, 29752 1 %107 cells ADCC Z N 4HD .
=I5 130>g &0 10 min, L 10 mL 1>DPBS #e4iiffl, F 0> 130>g 10 min. L ADCC

o 22 i b R A, AR R 3 <108 cells/mL.

5) BIAPLHEF ADCC Bioassay XXM 40

a)
b)

R 2 AR SR, AEFLIFE 100 pL B5 3RS,
PLHERS BN AV 2544 /) ADCC FeyRIlIa(158F) Jurkat Effector Cell Line 48/ 50 uL,

150,000 Zf3/FL(1.5 108 Cells/Well).
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C) B AT U A R A B CAHERE B FL N 50 L.
d) 5 RIS, T 37T CO, B Ei9% 6 ho

6) Fix i EFEEEN
S HE R B 1

ADCC FcyRIlIla(158F) Jurkat 0 pg/ml 15 pg/ml 228.88 pg/ml

Effector Cell Line 3316 223478 3622

7) IIFZE R

o ADCC FeyRIlla(158F) Jurkat Effector Cell Line o ADCC FeyRIlla(158F) Jurkat Effector Cell Line
H_CLDNI18.2(isoform2) CHO-K 1 Cell Line H_CLDNI18.2(isoform2) CHO-K1 Cell Line
2.5x10%+ 2.5x105+
=S 2.0x1054 2 2.0x1054
& g
g 1.5x1054 g 1.5x1054
= =
B g
2 1.0x1054 % 1.0x1054
| 2|
E 5.0x 1044 E 5.0x1044
- =]
04 T T 1 0 0y T T 1
-4 -2 0 2 -4 -2 0 2 4
Log;o[Anti-CLDN18.2] (png/ml) Log;o[Anti-CLDN18.2] (nM)
ADCC FcyRIITa(158F) Jurkat ADCC FcyRIIla(158F) Jurkat
EC50 0.3319 EC50 2.213

Fig 2. fi/i] ADCC Rk 4HJL, S bt iA i) 25 Ron 6
CF PR AR AT 5T BB JEE R B 7R AR P ) 88 B s 1) D
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HEYR LV AT I RURRL A L AT LR A RIS AT A T80 VAT BRI T 28 e VF T
N BV R VERIAMR AR, AL BB EDR VR RTARL I BT A AL

(EH AR RBEVE T J7 18], VP 5 A et MERTT VB A & . I A 55, 70k i
B B IA T AR BRI ARE AR BS L ESRE . BT PR BEBE . KEEEAENE
AR F) AR =TT AR T AMOARVE I NRIWT A H AT

VETHE 278 W 4 i R BRI
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