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ADCC Bl 4t 44 44K 4t v 48 ffs /v 5 19 48 Al 28 /E ] Cantibody dependent cell-mediated
cytotoxicity, ADCC) , J2FR3RiE Fc 524 fe 2 4t Bl il iR A HTAR Fe BRE B S PuiARsr
SIS A LA R4 L BN 4>, ADCC A RIHL A4 P SRAS DN P58 BT M- e AL 40 R P T 25K
ik San R L) HARPURSS & o WRPUART Fo BRI &5 & RIS (32209 B 288
15408, natural killer cells ) ¥ FeyRIlla 5244 |, WFSRA 40 RN & A4 £ AT HE,
TH ADCC fFHINLEIEER AT . SR AR 2t B AR RO 28 1, X —Fabn R AE
Z ) ADCC AWk vk P v, 3 06 20 gt A U 077 3k R Ak 3 £ A R I SR A A

( PBMC ) sRHARM ¢ NK D ZMEREE RN AL . X EE 20 F) R 38 S PEAR R,
THl%, JE SRS IS FI .

ADCC Reporter 41} 5345 1 ADCC {E FHH L@ # it 1L FE b B B SRR Al i
BethEhR: RS AL b d e e R R R B R 0SB4, ADCC 4R35 5 Rl ar il
PR S TR SR Jurkat 4HARAE RN AAME, ZAMMARERIL T FeyRIla ZAK(m5K
A 158V) M1 s PR 1 KB A 8 K DR M. HUMAE ADCC AR FIHLA B A= i
VS A S R A 7 AR ) RO SRR R T AR5 4 L RO R e o A RO
SER. MIAESER, HERIRIK.

T AEMEE Z R TTAL Y, AT MBS AEE =AU Rk T S R AR e,
ADCC M4/l 5 A1 ADCC & PEAS AR 5%, AT 4552 ADCC 4 & 7€ il ik 55
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1. giffsEsR. K. RAEFIES

2 0 B2 5 B TR I RPMI 1640+10% FBS+1% P.S
AR R B TR RPMI 1640+10% FBS+1%P.S+0.75 pug/mL Puromycin+3.5 ug/mL Blastincidin
2 R AT 90% FBS+10% DMSO
G IF L RPMI 1640+1% 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
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
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
Luciferase Assay Kit 100 tests Genomeditech/GM-040501A
Anti-CLDN18.2 higG1 Antibody / Genomeditech/GM-34137AB
Anti-CD20 (Rituximab) / Expression
PE anti-human CD16 Antibody 25 tests biolegend/302007
EIRIVE
Equipment Manufacturer/Catalogue No.
4 B T E A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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37°C/KIB TS IR B TR, I TRIE I E 555 %
£ S5mL % 15mL B0,

MG B R A A L O IR TN 37°CHE i 7K ¥
B, R AR TR 22K T UL B R s R, BRI
MR GEE 2-3 738D,

HI 70% S AR R AT 8 SN LAREARIS Ge 1) J LA A A
W2 A EGR G R R AR E 40 SR B B
LB ) EGLE T, BEIRS], 176 x g, B0 3 min,
fEApEE, 7RG,

A 1 mL SRR E R, WU A i
G OGN, 4> 3 x 10° cells/mL.

AN T E IR IR, RN % B R 4-6
x 10° cells/mL, ARIGAM ML SRR, F 40 B

ME 1240 T25 % (3-5mL B, BlEgsE.

AR AT

#1176 x g, 3 min B OULEELIHL.

A F A AR LA AV (90% FBS + 10% DMSO) 5 &k
Y, AN S5 x 10 cells/mL, A8 1 mL
SR BIHRRAAE T

RS T, ENhRd)E, R E B THERR &,
B0°C T IRAFEAD 1 K, R ERAT.

HMIETR Bar 7

2) HFEAR

T MRETER 1 E 2R, EREFERE, F4RR
DRERTEARESMEE, BEHRNSHHERKE
KIFRE.

a)
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AR R, B

BRE DG, 294872 h WTHHTH KA, BhikfE
ARG ARG 7R TR B IR NPT A R A KB R A
Hi 48 h KA, BBCEFMINE IR IR, ik
SR CE .

YA LA S 1.5-2 x 10 cells/mL, 1 4% 3, Ff2-3
RIRBALA, ANELLHE L 2 < 10° cells/mL, HEFF
i T25 W4T AR 7R

AN BTN, AU A [ inik ] Xt
AR AR A BN AT R o A AR AT DA BB )5 - R A
I TRIE, SRS KA AT Y 5] JE A8 N BT T25 1%
TR IR SRR TR
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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
10°/Well(96 FLik), VAREEEAm . x5 BEFEAN M HE77 1 E:T ratios 7y 10: 1(1.5 <
105 RMi4HfE 1 1.5 <104 $EAA L) . KT SR AN MU HERE (1) E:T ratios Jy 6: 1(1.5 x<10°
RN ZRAE - 2.5 <104 $EZH L) .
b) EtXIAFEBUA, PN A ELE 6-24 h R EESRAG R LTS 3N (A
DAREZH B 4 0 B2 2 i 2545 354 B
A
a) &M
FELI 24 % ) 6 B R, A AT TR 2 37T
BT R ORE o SR AY, RGP A SRASE v A I P g A i e
F7E 0.5-100678 FEl P LA MLTE A .
b) 6 FERRRE P BRI I Ak
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 P EE 4

SARME 2.5:1 3 25:1 15 Ak ADCC &M 41 i A FEZH i Ei gl ( E:T ratios).
£ ADCC Bioassay %S 4l %5 BEAAE, ABERARKR T . 1E 2%, AT 1.5 x<10°
Cells/Well ] ADCC Bioassay 2N AT 1.5 % 10* Cells/Well [{I¥E4NH (BRI ).
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1 2 3 4 5 6 7 8 9 10 11 12
PBS
Anti-CLDN18.2 15 KNE) 937.5 234.38 58.59 14.65 3.66 915.53 228.88 PBS
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

FHRMPUAEERZ, WS LT LR

1 10 11 12

00600006

&
DD DD
0606600006

1E SZG T 20-24 h, #4841 i H_CLDN18.2 CHO-K1 cell line( Genomeditech/ GM-C05273)
MIEFPIEACTR R, DU e iE R AR B i, R DU gn S /o F 4. 20 130-200 >g (1R
P A R0 PR R ) WO A, 7 DUBT SRS IR IR A 0 1.5 < 10° Cells/mL. LA
HeMn 100 pL ZHHE/ALZ PR L. A FERALIN 100 uL PBS. #% bBARkds, T himE .

3) PLikbEEERRE
N T 193] ADCC Aol 58 B (1 & GG ], @i AT 2 BT SEi07v%, 40 ADCC #:1%
I, 7521 B 25 S 5 S AR IR FE RIS FE MR A ARAL T 58 o I TN T BH PR BT AR AN U B A
PL 4 fEsth e IR . MRt EL I m fR 4L %2 . BL Anti-CLDN18.2 hlgG1 Antibody

(0.35mg/mL; 150 kDa) , #C4AREA 15 pg/mL, B LLAH].
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a) WINER, MEATCER 96 £l V RHHE R S0 BRI M, (1 —4T (i B2-
B10 17, FREE W LUGI 6 NPiiA) o WifE B2 fLH N 67 uL LR, B3-B1l
I 55 L FIZEMHR
REBIRI | BRIERPRAL, (KO ATFLIRIL 1833 uL. IIAAL | 3L |

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

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)

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 FLURHR 18.33 uL ¥ifA, HIAZF] B3, 78R

M B3 FLURHR 18.33 uL ¥ifA, TR B4, T8RS

DAL, B2 B10 L, BL1 AAINHUAIN .

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

4) #E#% ADCC Bioassay RS4IH

a)

DL B, THEUE S 3 <106 cells/mL.

5) HIAFEFI ADCC Bioassay RN 4

a)
b)

d)

YR 2 B R REAN A, FEFLIF 100 pL 59k,

PLHERS 0 AV £ 47 11) ADCC FeyRIIIa(158V) Jurkat Effector Cell Line 40/l 50 pL,
150,000 41 fifg/FL(1.5 x10° Cells/Well).

¥ 2 BTHE R T IO LA FER R M LA A R LI 50 pL.

% PR S, T 37T CO, H M EIFE 6 h.
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6) R&HEF 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) WFgER

P ADCC FcyRIl[a(_lS?%V) Jurkat Effector Ce}l Line & ADCC FeyRIIIa(158V) Jurkat Effector Cell Line
H_CLDNI18(isoform2) CHO-K1 cell line H_CLDNI18(isoform2) CHO-K1 cell line
6.0x10%+ 6.0x 105+
= =5
2 =
€ 404105 £ 40x105
b g
£ 2.0x10% £ 2.0x10%
£ £
= =
= =
0 T T 1 0 T T T 1
-4 -2 0 2 -4 -2 0 2 4
Log)o[Anti-CLDN18.2 higG1 Antibody] (pg/mL) Logo[Anti-CLDN18.2 higG1 Antibody] (nM)
ADCC 158V Jurkat Effector ADCC 158V Jurkat Effector
EC50 0.02919 EC50 0.1946

Fig 2. fi/i] ADCC Rk 4HJL, 36 EH A i) 2 Ron 6
CF PR U AT 57 BBk JEE R B 7K A P FR) 88 B0 i 1) D
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3. DAREYN A S VR4 A i Be
1) AR

[ U B 2
2) HEZIFEFNEL L

SRfE 2.5:1 B 25:1 HITEE AL ADCC R4 g AR 4t b 45 ( E:T ratios). {4
ADCC Bioassay 5 4H i %5 B AR, B SEAH MR B2 A A2, FAVE A 1.5 <108 Cells/Well
f) ADCC Bioassay 2N 4HffI 1 2.5 <104 Cells/Well ¥R . H5e 2 FLAR [F] U B 20 i

FESKIRTHT 2-4h, DUBMEERT SR AL 508 Raji $E40M0, Al FEA s /) IF 1t 4. #5.0 130-200
>y (LA AN [F) 4 P o R e il ) AU R 4L, P DA b AR T B AR AT I 20 7.6 < 108 Cells/mL.
PAHERSIN 33 uL 4HAR/FLE A 1H] 60 AL (2.5 x10% Cellsiwell) . & FEIHI4LI0 100 uL PBS.
i bR, TS, MERAEATIUARRE

3) Dk

PR LI AT AL R % . DL Anti-CD20 (Rituximab) (3.5 ug/mL; 150kDa) , i2ihik

N 56.45 ng/mL, HLEE A,
a) WIFER, MEATCRARHT 96 FL V IRAR S SE88 . REMRFIIRE S, (EH —47 (n B2-B10
17, FEE AT LUEI 6 M) o WifE B2 LN 53.3 ul 1) Assay buffer, B3-B11 i

A 36.3 uL 1] Assay buffer.

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

1 2 3 4 5 6 7 8 9 10 11

12

2.7 pL Anti-CD20 . . . . g 36.3 36.3 36.3 36.3 36.3
(Rituximab) uL uL uL uL

b) 7 B2 fLH AN 2.7 uL HJ Anti-CD20 (Rituximab) Hifk, JEAI. M B2 FLAHIA
WEER 169 ng/mL (3K ). X AR buE, EILMAYUAEAR, HiE
IR BER B E AR, T DU HEAR AT 5508
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c) M B2 ALWRHL 18.2 pL #ifAk, IIAZEI B3, AR . DL, H% B10 L, Bll
VS IEARENTRTRIES
d) BB PR 2R L, 2 HER BN 400
4) £ ADCC Bioassay XS4 H
[75) D e 41
5) AN A$i4EF ADCC Bioassay RN 40t
a) VMRS INAHER LT ") ADCC Bioassay RUW4HME 33 pL, 150,000 4HJfi/FL(4.6 > 10°
Cells/mL).
b) R HIHE R L R BT AR DL HERE R FL I 33 L
¢) i BEGMRGEG, T 37T COz HEFRFEHHIFE 6 h.
6) ke F R
Z AR AR R U 5 W A5

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

Effector Cell Line+Rituximab 273 12552 298

7) BHES 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. f#i/fl ADCC XUMi#ML, HAEHTARIZE Fon
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fysR— fefiaE it

ADCC FceyRIIIa(158V) Jurkat Effector Cell Line

EC50
. ©- P5 0.1003
4.0x10°1 -+ P16 0.1016
=) P28 0.1108
g 3.0x10%4 W’j
@ a
S 2.0x10%
~
]
k=
£ 1.0x10%4
-
= o
0 L L L
-6 -4 -2 0 2
Log;o[Anti-CLDN18.2] (nM)
Fig 4.ffi [l Anti-CLDN18.2 Fii/&4&F ADCC R84l AL R i 1 1) 45
OO EAT T 34 AT BE ZR B I 46 B 5 21D
— R
Mz —= sl
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 Line+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+lgg 265 533 375
EC50
© 175D10 313.2
150007 -~ Enhanced 175D10 9.952
Antibody-1 448.8
@ Antibody-2 3.361
& Jgg ~ 17261

Luminescence (RLU)

Log;y[Sample] (pmol)

Fig 5. f#i /] ADCC M4, Al A FIFTA ) 45 Kol
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firx=

Normalized To Mode

Fig 6

i

Normalized To Mode

Raji & JELKHIE

SamplelD Geometric Mean : FL7-H

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

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

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

. & Anti-H_MS4A1(CD20) higG1 Antibody(Ocrelizumab)(Genomeditech/GM-27200AB)#i {4
I Raji A48 KR % CD20

CD16A HIFRiL

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
60 =
40 7 .
1 }}
205
9 J
e B L B T T SR ET S T T SR L ey
2 4
10 10 10 10
FL7H = PE-H

Fig 7. 18/ PE anti-human CD16 Antibody (biolegend/302007)4i 14

I54IF CD16A {31k

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd

A E AR i, AT AT For
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FESRT= i

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 FeyRIITa(158F) Jurkat Effector Cell Line é?l |C|_CmeF cyRIlla(158V) DDX35TM Jurkat Effector
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 VF AT B

AR AR AT AR BT ARG A IR AN AT R RN W] R BV AT BORCRIR T 4 VT RT
N FHAEYRRE VIR, AR, FAG BIEEEADR VR R P A AL

FEE P EMRPT RIJ7 2 18], VFal JiA fevr AR B AR . $F i A3, 2k
B A DA SR AR AR A TSR AT B, BREE. K ECEE
AR TSGR =T T ANV T AR SE H e .

T TE S5 5 4 R AR

W

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

15/ 15


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-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

