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GM-C05619 ADCC FcyRIIIa(158V) Jurkat Effector Cell Line SE6 Cells/mL

e 77 i AR S HE Ay
GM-C05619 ADCC FcyRIIIa(158V) Jurkat Effector Cell Line SE6 CellssmL 1%  -196°C
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ADCC B 47 44 #1140 Jf A 3 #9240 i 2% /F A Cantibody dependent cell-mediated
cytotoxicity, ADCC) , #2453 Fe 324K 1) e B 4 Mgl il YU BT I) Fe B E A 5 itidss
St & B AH M IR B4, ADCC A FHBIL AR P SRASIN | 1 $T 4 AL AR D (1 D) 2K
Uik SRR EA HARPURSS & . IR BUAR Fo BIRIN 45 & 2R 40 (FEN B R
P40, natural killer cells ) KIHIf¥) Fey RIlla 524k b, PRI A0ED &4 2 EACH,
T ADCC AF FI LI IE H s - SR AR O R AR AR I 24 50, X — IR TS
B ADCC AP A i v, X 622 it fR G P77 9200 FH A6 00 410 J L S A% T (PBMIC) B
FRAG (NKD AEMTEREE NS A0A . IX LR BE AR S AR K, TS, A5
SRR 7 S

ADCC Reporter 8 R | ADCC AF RIA L 8 % i 1 A B 5 S A Do er Il i)
AR BRI AR P e e S P A 3 S DR S R o A, ADCC R 7 ik PRI 1 18
F G TAESUER Jurkat HMIAE NS 0HE, Z4UMFRERIET FeyRIlla SZAR(RZEA
158V % s PR 1~ SR Bl 3k i 5 K HUEO G Rl FUALE ADCC 1 FIHLA A= i v i
sk R AP AR I EDC R B E B, 1T ROS 40 i BOG R B VRS AR Y RO EUE B
R EfE S, B SRR,

HAEKESE Z R R A, AT B AR B A S =AU R R S R R R G,
ADCC HR40 5= M ADCC iEVERINIRSS, FEAIH32 ADCC ZHE 5 7€ Hil 55 -

Target Cell
N Ahtigen |/ T
Antibody
T T e e Ry T
(158V)
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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
S EIRE (i) AR AR Genomeditech (Shanghai) Co.,Ltd

N
AN F PR BRI R, TR AR T NIRRT ! For research use only !

5/15



oo £

Genomeditech

Cc

Genomeditech (Shanghai) Co.,Ltd.

Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com
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a)

b)

d)

a)
b)

Fi. GfEEEFE. B KRF
il

37°CKA TR TR I 4L, AT S &2
TrEEFREE S mL £ 15 mL B0 .

IR G HH BHS  A7-4 J JF JR BN 37°CETiRL K
TR, B A IR TR 22K TH DA R 440 Bl R
HEINIREE G 2-3 20450 .

H 70% & BE AR VR A7 A0 F0 LI AR TS B i )L
o AR AR B G R R E T A
MBS R ) MEOE T, BRIES,
176 x g, &0 5 min, FHBPITE, 7 EiE.
R 1 mL S5 R, AT A
Gl R ARSI, A>3 x 10°
cells/mL.

AN IR E IR R, U R A A
F 4-6 % 10° cells/mL, HRAEAHMLER ST, ¥
YRR A 12 4 T25 # (3-5mL & »
B IR

AR AT

{176 x g, 3 min B O

15 FA TRA 4R BB R A7 (90% FBS + 10% DMSO)
FURAHML, AR 5 < 10 cells/mL,
B 1 mL 7R B MR A E T

FEHT, ENILE, KERAEE E TR
RE, -80°CNRERD 1 R, RIWERER
A

2.

LA

I MRETER 1 E 2R, EREFERE, AR
SRER, BERATHIAERKAERKERE.

a) LAk ROR, BiREK.

b) EIRETGE, £ 48-72h AIHHTE —IRAEAR, It
UAEARE 4H 85 TR 2 T B N s i A = 1 A
KIpFbt. 4 48 h RAEAR, HUVGE M4 5
HRIRIE, ARSI R E

¢)  HYIMuE LR 1.5-2 x 10 cells/mL, 1 1% 3,
B 2-3 RERZEALAL, ANELEHEHEE 2 x 10
cells/mL, HEFFAEH] T25 HBEAT ALK 7.

d) ZAHMRA RN, AR [
V21 SRR A BN R AR R LB 3 )
B IR A I AR KR TR, SRR G AT 2
SR NFTI T25 B3 dk e 7% .

EEEW:

a) ZAMXTEEBONEUR, BIE. SRANEER
RIGHME BEAEGBREHE.

b) BHREANERER, FHENFUERES
AMNEIFREFRE.

¢) FBS & 56°C in#k 30 434, W RIERMERIERS:

i, R EERWAE B KE TR
FiEtk.
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a)  EEXSAEGUARE S, AP BRTREEOA . W RS0 B2 A BT MEE A B 24T A
W, e ET GRSV 40340 i) L], [Hl i ADCC N4 HE 1.5 x
105/Well(96 FLHR), THREREAHMIEL . XTI EE S0 B4 37 (1) E:T ratios 4 10: 1(1.5 x
105 U SAHA < 1.5 x 10* $#E4HAL) . X T Bi7 FE4H Mo HEFE ¥ E: T ratios 4 6: 1(1.5 x 10°
RENZRAE < 2.5 x 104 SEZH L) .
b) EPXIAFEGUA, 5FEEIAIE 6-24 h P BEIRIF HAE TS F A
DAREZH B 4 0 B2 2 i 2545 354 B
A
a) TR
FEL 24 % ) 6 B R, A AT TIR 2 37°C
e BETTEER RE I BEANAY, SRR . n SRASE P A I T g SR ]
FILE 0.5-10%7t Bl N AL LTS IR
b) B MR B VE TR R DT 4
A LARYE LLRT 48 ADCC A0 st iakge I atas R, 1 g PRI oA A A~ il 4t
PRRE R RRIRIREE (2x) o QRPN AR EEZ AR A, H 15 pg/mL HIELRIK
B, ZJaARAE S0 B R
2 P EE 4
SHRTE 2.5:1 #) 25:1 G EI AL ADCC 23 40 i FHEE 40 i E 5 ( E:T ratios). f#
Ff ADCC Bioassay N AR E FEAAL, HEFEAMIKIL . 18275, JATA 1.5 % 10°
Cells/Well ff] ADCC Bioassay M 4HMIFT 1.5 x 10* Cells/Well FREEZNAR(EERN S ). B

L SLARCHRAT LR B
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1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
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)

MEETEHAHAL T K,

Iz 06 m m O o W >

3) DiikBRERRE

N T A3E] ADCC i se B B0 B, @ CATHR IS 2 AT siie /7%, W ADCC #i%
r, 75 201 25 S0 AR R FEANBE BERRE AL T 58 o I TR T BR A SR AR U T 44
DL 4 (5ER MR AR . MRebLplnl etk %8 . DL Anti-CLDN18.2 higGl Antibody

(0.35mg/mL; 150kDa) , #LHIKREN 15 ng/mL, BELLAHI.

0606600006

P58 445 77 AL s A, A DU B 9 R v B0 130-200 xg (1R
YEAS FI 40 B AT R AR ) AL AN B, P DA IR R, R SR AR E N 1.5 x 10° Cells/mL. LA
HEM I 100 uL 40p/FLE A TEFL. FAE LN 100 uL PBS. & EMRd, TR E L.
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a)  WINE, [EHTEACTI 96 FL V AR AE RS2 . SN IRE S, 18 /] —4T (o B2-
B10 17, BEE AL 6 M) o WirE B2 FLR N 67 ul fIZE M, B3-Bll
BIN 55 ul FIZE T

B | BREERRREIL, HCUOM AL 1833 uL, MAIKAL | %L |

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 fLFIIAN 6.29 uL K Anti-CLDN18.2 higGl Antibody #ifk, J&%51. I B2
FLHIHUAIREE 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 FLIEHL 18.33 pL ifk, HIAZE| B3, 73RS .

d) M B3 FLIEHL 18.33 uL ik, HIAZE| B4, 73RS .

e) LA, EHZE BI10 L, Bl AANINHUARKIN .

) 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 & 1F K] ADCC FeyRIIa(158V) Jurkat Effector Cell Line ZHJfl 50 uL,
150,000 4Hf/FL(1.5 x 10° Cells/Well).

) R HTHERLF I PUAE FERR R IR AR AL 50 pL.

d) . ERINRE, T 37°C COy BiFRfhRE9% 6 he
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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) BAEER

P ADCC FeyRIlla(158V) Jurkat Effector Cell Line
H_CLDNI18(isoform2) CHO-K1 cell line

Luminescence (RLU)

6.0x105+
)
z
= 4.0x10°4
@
“
=
@
9
3
£ 2.0x105
£
=
-
0 T T 1
4 2 0 2

Log)o[Anti-CLDN18.2 higG1 Antibody] (pg/mL)

ADCC 158V Jurkat Effector

EC50 0.02919

ADCC FeyRllIla(158V) Jurkat Effector Cell Line
H_CLDNI8(isoform2) CHO-K1 cell line

6.0x 105+
4.0x10%4
2.0x10%4
0 T T T 1
-4 -2 0 2 4

Log;o[Anti-CLDN18.2 higG1 Antibody] (nM)

ADCC 158V Jurkat Effector

EC50 0.1946

Fig 2. f#if] ADCC XML, RAEHLiAR 45 R bl
CF PR U AT 57 BBk JEE R B 7K A P FR) 88 B0 i 1) D
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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 4% AL, B EEAN MR A NS, IAUEH 1.5 < 10° Cells/Well
f) ADCC Bioassay 2N AHfIAT 2.5 x 10 Cells/Well FIFELRMI . H5e 2 FLAR [F] U B 20 i .

TESCUOHT 2-4 h, DUBrERT 7R 58 Raji $E4HMD, AL FEAHARTE /) F0H 4. B0 130-200
xg (RRAE A ) 20 m] B e WA S 2 M, 7 DA e R B S 2 B R P2l 7.6  10° Cells/mL
PAHEME N 33 uL dHAf/FLE FIE 60 NFL (2.5 x 104 Cells/well) o J& FHIAIFLIN 100 uL PBS.
AR, TS, ST hUARR .

3) UiABh R

PR LI AT AR 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 . RENFIIRE S, (EH —47 (n 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 AITLII 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 g 0O

b) 7 B2 LA 2.7 uL #) Anti-CD20 (Rituximab) $ifk, JE2J. B 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 FLWRH 18.2 pL Ak, IIAZEI B3, AR . DU, E%E B10 L, Bl
VS IEARENTRTRIES
d) BB PR 20 L, 2 HER BN 400
4) #45 ADCC Bioassay XN 40
7]t e 24 i
5) INAFiL4EF ADCC Bioassay US4 g
a) VI A#ERLF(1) ADCC Bioassay UM 4HMI 33 uL, 150,000 4Hff/FL(4.6 x 10°
Cells/mL).
b) R AR I B UARE B R B LLHER OB FL I 33 pL.
o) LA, T 37°C CO, RiFRAATEiFE 6 he
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
1.5x104+
=
=
= 1.0x1044
5
=
3
kA
£ 5.0x1034
£
=
—
0 L] L] L] L}
-4 -2 0 2 4
Logio[Rituximab] (pM)
ADCC 158V Jurkat Effector -Raji
EC50 1.523
Fig 3. i1l ADCC 240, B8 AFE B i 4 Ron i
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fysR— fefiaE it

ADCC FceyRIIIa(158V) Jurkat Effector Cell Line

EC50
. ©- P5 0.1003
401079 -+ P16 0.1016
= P28 0.1108
g 3.0x105- W’_ﬁ
> a
<
S 2.0x10°
]
S
=
E 1.0x 105+
- o
0 L] L] L]
-6 -4 -2 0 2
Log;o[Anti-CLDN18&.2] (nM)
Fig 41§ Fil Anti-CLDN18.2 Hi/ARKE ADCC RS 41 Hu AL AR 52 1k (1) 45
R UM HEAT 57 Bk JEE R BE 7R VA P PR 0 B8 5 211D
—
Pt = S24
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+Igg 265 533 375
EC30
© 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. /] ADCC M40, A FIFA ) 45 Ko
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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. 1§ Anti-H MS4A1(CD20) hIgG1 Antibody(Ocrelizumab)(Genomeditech/GM-27200AB)i{A&
IS E Raji AR KIS CD20

3P0 CD16A HIRIE

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. {fi] PE anti-human CD16 Antibody (biolegend/302007)37 {4
I54FE CD16A KIFRIA
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FE R

FcyR

Cynomolgus FcRn MDCK Cell Line H FCGRI1A(CD64) CHO-K1 Cell Line
H _FCGRIA(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(CDI16b) 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 IgG4 Antibody(Rozanolixizumab)
Anti-Mouse CD1632 mIgG2b Antibody(2.4G2)

ADCCP
ADCC FeyRIITa(158F) Jurkat Effector Cell Line égl%mf 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

A58 FVF AT B

FUSE R AE A4 R dh,  BIRBGE I B IR I T DU A A BOK

o RMMA ST RS, A PR TAL TR
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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

