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1. ZiffsESR. RAF. RAEFES

AN Iy IR RPMI 1640+10% FBS+1% P.S
AR R B TR RPMI 1640+10% FBS+1%P.S+0.75 pg/mL Puromycin+3.5 pg/mL Blastincidin
2 R AT 90% FBS+10% DMSO
G IF L RPMI 1640+1% FBS+1% P.S
2. Assay RFNFEMHER
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25mg Genomeditech/GM-040401-1
Blasticidin 10mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI-1640 500 mL Viva Cell/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
GMOne-Step 2.0 Luciferase Reporter 1000T Genomeditech/GM-040513C
Gene Assay Kit
Anti-CLDN18.2 higG1 Antibody / Genomeditech/GM-34137AB
Anti-CD20 (Rituximab) / Expression
PE anti-human CD16 Antibody 25 tests biolegend/302007
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B hRAL Moleculardevices/SpectraMax L
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Anti-CLDN18.2 15 3.75 937.5 23438 58.59 14.65 3.66 915.53  228.88
PBS PBS
hIgG1 Antibody pg/mL  pg/mL | ng/mL | ng/mL ng/mlL ng/mlL ng/mlL pg/mlL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
ARNPUABERZ, W25 LU fUR -
1 10 11 12

7E 52961 20-24 h, B EE4H 0 H CLDN18.2 CHO-K1 cell line( Genomeditech/ GM-C05273)
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DL 4 (E5ER MRS R . MRebuflnT etk % . DL Anti-CLDN18.2 higGl Antibody
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0606600006

P58 445 77 AL s A, A DU B 9 R v B0 130-200 xg (1R
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a)  WINE, [EHTEACI 96 FL V AR HE RS2 . SN IRE S, 18 /] —4T (4w B2-
B10 17, BEE A LA 6 Miik) o WidE B2 LN 67 ul fIZE M, B3-Bll
BIN 55 ul FIZE T

B | BREERRREIL, HCUOMBTALIRET 1833 uL, MAIKAL | x|

1 2 3 4 5 6 7 8 9 10 11 12

6.29 uL

Anti-CLDN18.2 | InA
hlgG1 Antibody

67 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL

4)

S)

b) 7 B2 fLHIIAN 6.29 uL K Anti-CLDN18.2 higGl Antibody #ifk, J&%51. I B2
FLHI AR EE Y 30 pg/mL xR L) o 0 T AN FR B I HA, B FUIMAGURE AR,
LG HBA R R A AR EI R, PT DME RO T 5256 o

c) M B2 FLIZHL 18.33 pL ifk, HIAZE| B3, 73RS .

d) M B3 FLUZHL 18.33 pL ik, HMIAZE| B4, 73RS

e) LA, HZE B0 L, Bl AAINHUARKIN .

) KRR PR 2 ARG B, 2 JE R RN

4 ADCC Bioassay XMW 4l

a) VIR EBM, 18U HEE S 3 x 100 cells/mL.

IMAPLAEF ADCC Bioassay XS 40

a) YR 2 EMd RN, BEFLIFE 100 pL B R

b) PLHEMIN A 1T K] ADCC FeyRIIa(158V) Jurkat Effector Cell Line 21 50 uL,
150,000 4Hf/FL(1.5 x 10° Cells/Well).

) R HTHERLF I PUAE FERR R IR AR AL 50 pL.
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6) R EF RN
SH AR SRR B0

ADCC FcyRIIIa(158V) Jurkat 0 pg/mL 15 pg/mL 228.88 pg/mL

Effector Cell Line+Anti-CLDN18.2 11008 547705 16519

7) WAFGER

s ADCC FcyRlIlla(158V) Jurkat Effector Cell Line
H_CLDNI18§(isoform2) CHO-K1 cell line

6.0x 105+
=)
z
= 4.0x10°4
51
=
%]
9
3
£ 2.0x1054
g
=
-
0 L] L] L]
4 2 0 2

Log;o[Anti-CLDN18.2 hIgG1 Antibody] (pg/mL)

ADCC 158V Jurkat Effector
EC50 0.02919

Fig 2. Response to Anti-CLDN18.2 hIgG1 Antibody. Serial dilutions of the Anti-CLDN18.2 hlgG1
Antibody(Zolbetuximab) (Cat. GM-34137AB) and 1.5ES5 cells/well of the ADCC FcyRIIla(158V) Jurkat Effector
Cell Line (Cat. GM-C05619) were added to 1.5E4 cells/well of H_ CLDN18.2 CHO-K1 cell line (Cat. GM-
C05273) for 6 hours. Firefly luciferase activity is then measured using the Luciferase Reporter Assay Kit
(Genomeditech). The maximum induction fold was approximately[49.8]. Data are shown by drug mass

concentration.
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3. AR A S 41 B 245 3 BE
1) AR

[ U B 2
2) HEEIFFEMELAM

SRAE 2.5:1 B 25:1 HITEE AL ADCC R 2 g ATEE 40 EE 45 ( E:T ratios). {R4F
ADCC Bioassay RN 40 1% AN , A FEAN MR I A NS, IAMEH 1.5 < 10° Cells/Well
ff) ADCC Bioassay 2N ZHfIAT 2.5 x 104 Cells/Well FIFELRMI . H5e 2 FLAR [F] U B 20 i .

TESCUOHT 2-4 h, DUBrERT 7R 58 Raji $E4HMD, AL FRAHARTE /)3 0H 4. B0 130-200
xg (RRAE A ] 20 M mT B e WA S 2 M, 7 DA e R B S 2 B R P2l 7.6  10° Cells/mL
PAHEME IR 33 uL dHA/FLE IE 60 NFL (2.5 x 104 Cells/well) o J& FHIAIFLIN 100 uL PBS.
AR, TS, ST hUARR .

3) UiABh R

PR LI AT AL R % . DL Anti-CD20 (Rituximab) (3.5 ug/mL; 150kDa) , iRk

5 56.45 ng/mL, FAEE N,
a) WIFER, AR 96 FL V IRAR S SE58 . REMFIRE S, (EH —47 (it B2-B10
17, FEEATLMEI 6 Miis) o WifE B2 LN 53.3 ul 1) Assay buffer, B3-B11 JiI

N 36.3 uL ] Assay buffer.

BRI | BREERRREAL, KU AIFLIIL 182 L, AL | x|

1 2 3 4 5 6 7 8 9 10 11 12

oo}

(Rituximab) uL uL uL uL ne

2.7 uL Anti-CD20 533 36.3 36.3 36.3 36.3 36.3
ne pL ne pL pL

T OO ™o o Jd 0O

b) 7 B2 LI 2.7 uL #) Anti-CD20 (Rituximab) $ifk, JE2J. M B2 FLEIHUAE
PN 169 ng/mL BxIKFE). X FARIRERSUE, HIIMAPUEREAR, HfE
(R B R E AR RN, AT LA FHHEFE AT 525G .
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c) M B2 ALWRE 18.2 pL Ak, IIAZEI B3, /RS . DU, E%E B10 L, Bl
VS IEARENTRTRIES
d) BB PR 20 L, 2 HER BN 400
4) #fE£ ADCC Bioassay XU 4H
[75) D e 41
5) IIADi{EF ADCC Bioassay 25 40
a) VM A#ER L7 (1) ADCC Bioassay UM 4HMI 33 uL, 150,000 4Hff/FL(4.6 x 10°
Cells/mL).
b) R AR I B UAKE B R B LLHER OB FL I 33 pL.
¢) i LA, T 37°C COx B FRATEFR 6 ho
6) ki HFE N
S A ke ALK I 15 B

ADCC FcyRIIIa(158V) Jurkat 0 pg/mL 56.45 ng/mL 861.37 fg/mL

Effector Cell Line+Rituximab 273 12552 298

7) WHESE R

© ADCC FcyRIIIa(158V) Jurkat Effector Cell Line

Raji Cell Line
1.5x 104+

1.0x 1044

5.0x103+

Luminescence (RLU)

-4 -2 0 2 4
Logio[Rituximab] (pM)

ADCC 158V Jurkat Effector -Raji
EC50 1.523

Fig 3. Response to Anti-CD20(Rituximab). Serial dilutions of the Anti-CD20(Rituximab) and 1.5E5
cells/well of the ADCC FeyRIIIa(158V) Jurkat Effector Cell Line (Cat. GM-C05619) were added to 2.5E4
cells/well of Raji cell line (Cat. GM-C19100) for 6 hours. Firefly luciferase activity is then measured using the
Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was approximately[45.9]. Data are

shown by drug molar concentration.
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fysR— fefiaE it

ADCC FceyRIIIa(158V) Jurkat Effector Cell Line

EC50
. -©- P5 0.1003
4.0x10%+ & Pl6 0.1016
5 P28 0.1108
2 3.0x10° W’—g
;« a
§ 2.0x 105+
£
£ 1.0x105+
=
= o
0 r r .
-6 -4 -2 0 2

Logo[Anti-CLDN18.2] (nM)

Fig 4. Response to Anti-CLDN18.2 hIgG1 Antibody. Serial dilutions of the Anti-CLDN18.2 higGl
Antibody(Zolbetuximab) (Cat. GM-34137AB) and 1.5E5 cells/well of the passage 5, 16 and 28 of the ADCC
FcyRIIIa(158V) Jurkat Effector Cell Line (Cat. GM-C05619) were added to 1.5E4 cells/well of H_ CLDN18.2

CHO-K1 cell line (Cat. GM-C05273) for 6 hours. Firefly luciferase activity is then measured using the Luciferase

Reporter Assay Kit (Genomeditech). Data are shown by drug molar concentration.

M= seH

ADCC FcyRIIIa(158V) Jurkat 0 pg/mL 10 pg/mL 2.38 pg/mL
Effector Cell Line+175D10 288 8716 361

ADCC FcyRIIIa(158V) Jurkat 0 pg/mL 10 pg/mL 2.38 pg/mL
Effector Cell Line+Enhanced 175D10 285 10095 289

ADCC FcyRIIIa(158V) Jurkat 0 pg/mL 10 pg/mL 2.38 pg/mL
Effector Cell Linet+Antibody-1 310 7018 205

ADCC FcyRIIIa(158V) Jurkat 0 pg/mL 10 pg/mL 2.38 pg/mL
Effector Cell Line+Antibody-2 299 7531 296

ADCC FcyRIIIa(158V) Jurkat 0 pg/mL 10 pg/mL 2.38 pg/mL
Effector Cell Line+Igg 265 533 375
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Luminescence (RLU)

150001
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© 175D10 313.2
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fEE= Raji &)EWAE

SamplelD Geometric Mean : FL7-H

M| Raji Null 684
Raji H_IgG+PE-2nd Ab 853

M| Raji anti-CD20+PE-2nd Ab 52017

Normalized To Mode

0 2 4 6
10 10 10 10
FL7-H :: PE-H

Fig 6. Raji cell line (Cat. GM-C19100) was determined by flow cytometry using Anti-H MS4A1(CD20)
hlgG1 Antibody(Ocrelizumab) (Cat. GM-27200AB).

300 CD16A HIFEiE

100 = SamplelD Geometric Mean : FL7-H
1 ADCC FeyRllla(158Y) Jurkat Effector PE-M_1gG 697
J M| apcc FcyRIlla(158V) Jurkat Effector PE-Anti-CD16 3664
80 7
© i
©
=1
E 4
o -
2 607
-
@
N
‘_E“ q
40 7
= -
5 i
Z .
205
9 J
e B L B T T SR ET S T T SR L ey
2 4
10 10 10 10
FL7-H :: PE-H

Fig 7. ADCC FcyRIIIa(158V) Jurkat Effector Cell Line (Cat. GM-C05619) was determined by flow
cytometry using PE anti-human CD16 Antibody (BioLegend/302007).
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Membrane Bound H VEGF165 CHO-K1 Cell Line
ADCC FcyRIIIa{158V) Jurkat Effector Cell Line

EC50
Bevacizumab 0.09911
6x10°-
=)
=
S 4x105
¥
=
g
&
£ 2x105+
=
=
-
0 T T 1
-4 -2 0 2

Log;g[Bevacizumab] (ug/mL)

Fig 8. Anti-VEGF-mediated ADCC assays on CHO-K1 cells. The ADCC FcyRIIIa(158V) Jurkat Effector Cell
Line(Cat. GM-C05619) at a concentration of 1ES cells/well was co-cultured with Membrane Bound H_ VEGF165
CHO-K1 Cell Line (Cat. GM-C40448) at a concentration of 1.5E4 cells/well, in the presence of serial dilutions of

the Anti-VEGF hlgG1 Reference Antibody (Bevbio) (Cat.GM-87758MAB) for 6 hours (96-well format). The
firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). Data are shown

by drug mass concentration.
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