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GM-032AS002 H TIGIT /CD155 Reporter Blockade Assay (Jurkat; CHO) 2 & (5E6 Cells/mL)

2H SRR 7Y

77 i 77 i AR A & fiti 17
GM-C20072 H_TIGIT CD226 Reporter Jurkat Cell Line SE6 Cells/mL 1% -196°C
GM-C24690 H PVR(CD155) aAPC CHO-K1 Cell Line 5E6 Cells/mL 1 & -196°C
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3. K EhAESR Assay, BIAE “HUEY) R A Siin e g e kAT
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H_TIGIT CD226 Reporter Jurkat Cell Line

i I3 R R RPMI 1640+10% FBS+1% P.S

YT AR R TR RPMI  1640+10% FBS+1% P.S+3.5 pug/mL Blasticidin+200 pg/mL
Hygromycin+0.75 pg/mL Puromycin

LR AT« 90% FBS+10% DMSO

H_PVR(CD155) aAPC CHO-K1 Cell Line

i CPINEE=T F12K+10% FBS+1% P.S

M A KR TR 2% F12K+10% FBS+1% P.S+4 ug/mL Blasticidin+4 pg/mL Puromycin
LR AT 90% FBS+10% DMSO

Assay Buffer

RPMI 1640+1% FBS+1%P.S
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Reagent Specification Manufacturer/Catalogue No.
RPMI 1640 500 mL Gibco/C11875500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Hygromycin lg Genomeditech/GM-040403-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Anti-H_Tigit hIgG1 Antibody(Vibostolimab) 10 pg Genomeditech/GM-24029AB
GMOne-Step 2.0 Luciferase Reporter Gene 1000 T Genomeditech/GM-040513C
Assay Kit
A
Equipment Manufacturer/Catalogue No.
A A ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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N~ R, B BF
Jurkat JHf 8 7

37°C/KIB IR TIINE 385 755, IATIRAE IR
TEEFREE S mL & 15 mL BOE.

2.

Jurkat ZHHAEAR

T MRETER 1 E 2R, EREFERE, F4RR
SRER, BERATHIAERNEKEFRE.

b) MR B R A 4 T 3RS BN 37°ClE R 7K a) ULk AR, BiFAEK.
VB, K 4H MR TR 22K TR DA R AR PR B R R b) BEXRET G, £48-72h ATHHT RS,
HEIWINIEL GaEHE 2-3 7781 . UAEARE 4H 85 TR 2 T B N s i A = 1 A
©)  H 70% LB R AR E SN LA AR TS B L KHEFRAE . 2 48 h KA, HVUE SFMNE I3
B, TEAEY) R AN U G T R A R HRIRIE, ARSI R E
B EREILITR ) MELEY, BREIRE, ¢) YLMPEEFFIAR] 1.5-2 x 109 cells/mL, 1 1% 3,
176 x g, &0 5 min, FHBPITE, 7 EE. B 2-3 RERZEALAL, ANELEHEHEE 2 x 10
d) ffH 1 mL ZI5EaR R, U cells/mL, HEF S T25 HEATHARRE T
AW QO BOE M, > 3 x 106 d)  ZAMNEFAN, AR (R
cells/mL. 21 XA BIRSBA AR AAR T LB A
e) JRILAMINE AREFRIEMTE I, VRS G R B IR A I AR KR TR, SRR A AT )
31| 4-6 x 10° cells/mL, HRAEAHMLER SRR, K G RN T25 B8 b gk s 15 5%
YRR A 12 4> T25 H (3-5mL & »
BREFE
\ FEEM:
3. Jurkat S5 2 MM EEBONEUS, B, RN AR
a) A 176 x g, 3 min BO LN R A B T .
b) A TA AAEAE (90% FBS + 10% DMSO) b) ERMERBEEEE, FAEN S LEREY
FURAHML, AR 5 < 10 cells/mL, S T T
B T mL PRSI ¢) FBS % 56°C 7K 30 4+4h, TR IERMAHIE
o) FEET, E4idE, KMEAEE THER NS, EFREEBHALHEKETFRLM
mE, -80°CTIRAFED 1 K, RIERZWR RS
&b
AR (i) BIRAF Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

6/ 10



Genomeditech (Shanghai) Co.,Ltd.

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

Email: service@genomeditech.com

Dom Al

Genomeditech

Cc

g)

h)

)

d)
e)

CHO-K1 #ifa 5 7>

37°CKIBHA TR ARG TR 3L, I TS (1
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24 h 5, BT UEEAMMGEERS L. Hd s
FERT 60%, BPn b Tanfufe Q. HEE4MR
FEAR LB A 1:4-1:5, 2-3 KA,

5, 1Texg B smin, WlgE 5l 0 oo ORRRESRRIER. 10em L 2
o mL PBS %% 1 K.
Ho
G 1 mL A, A c) 3 PBS, Ml 1 mL 0.25% Trypsin-EDTA jH41b
R B A, R 3 106 BRLORE 23 gin. TRATIE.
ot ) AR, MRS,
I P, A RS 2 ml, EREIERER
51 23 x 105 cells/mL,  HEAR A B bk SIAETAL, RN OIRAT R R, 176 % g
STE B0 3 mi
0L AR A R R I, Sl 3 min.
o L, MIUEE KT E R,
PR AR R 5 CHRAE B 9% ML R4
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a) MRCREREE, ERERARSED, 4
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1 FH 1004 41 B % A7 (90% FBS + 10% o
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e S by FBS T 56°C /K3 30 445k, THTIEIMER

S ot
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1. Assay BHE GRfD

BRI TR A AL, A SIS HEFE (] 5 x 104 cells/FLI) H_TIGIT CD226 Reporter Jurkat
Cell Line f1 1 x 10* cells/Well /) H_ PVR(CD155) aAPC CHO-K1 Cell Line #1755

f# i} Anti-H_Tigit hIgG1 Antibody(Vibostolimab) (P K f&i#X A4 Vibostolimab; #J 150 kDa),
IR K FE(Conc.01) 4 S pg/mL, 3 f&HEEREE, Conc.01-Conc.09 43 il HEAi /£ B2-B10, B11

N0 WREXTIE . JA DY 100 uL PBS,  PAB 1EiFLA& K

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
5.00 . 6.86 2.29
Vibostolimab PBS PBS
pg/mL g ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) ke

a)  SEIGHT 16 24 h, WALE.OUEE H PVR(CDI155) aAPC CHO-K1 Cell Line 40/,
& BRI IR ARG, AW IE J) IR P LA SE AR R A R A 2
F| 1 x 10° cells/mL, PLHEMEIN 100 uL A /AL A B L, J& FEIFFLI0 100 uL PBS,
AR, TR E

b) EH 1 ADNTEHE 96 FL U AR HE S SRR .

o) HFAFHNPLAE, H—4T (W1 B2-B10) .

d) HERERR

EIRE =T N il BB [ WARFS

Vibostolimab 4.742 mg/mL 0.4742 mg/mL HY 2 uL f##%+18 uL Assay Buffer

e) 96 fL U JEMRH, MM Assay Buffer, &L N, 41 B2 FLIIA 90 uL Assay

Buffer, B3-B11 4L, A 60 uL Assay Buffer.
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0 RECAR FRFRI AR AR SRR, INEIEE —ANBEEERREAL R (an B2 TN 1.94

uL Vibostolimab) , J&%].
BRI | BRIERPREL, (KON FLIRNE 30 uL, IAIKAL | 3L |
1 2 3 4 5 6 7 8 9 10 11
[ [ T T
Vibli::fnab N 0L 60l 60puL  60pL 60 pL

g)  MEE AR RRAL B2 REL 30 uL, HIAEIEE AR B3, RS

h)y DA, EHEH 9 MHEERBIL (B10) .

i) SEIGHT 1-2h, Z.OUEE H TIGIT CD226 Reporter Jurkat Cell Line, DL Assay Buffer
HEM, THEMMREE D), IS AMNIN Assay Buffer #7730, 4% H_TIGIT
CD226 Reporter Jurkat Cell Line %] 1 x 106 cells/mL, PAHEAEIN 50 pl 48 /4L % H jE]
FL, JAFRFL 100 uL PBS.

j) BB #EALF) H TIGIT CD226 Reporter Jurkat Cell Line 40 FLER, 2350
NI h R EF 259, Bl 50 uL, W% E 1h.

k) 1hJg, BUHPE a ) H PVR(CD155) aAPC CHO-K1 Cell Line ZHfitfLEk, "3 b
T, REIMNKEER j ERIFR G, 4L 100 L, 5 Eaitk, 4kZ:05F 6 ho

1) UsekE, %2 96 FLAJEAR EHL, A Luciferase.

2) REEF R
BHAR SR B

H_TIGIT CD226 Reporter Jurkat 0 pg/mL 5.00 pg/mL 762.08 pg/mL
Cell Line 8616 49932 7664
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3) WiF4 R

H_TIGIT CD226 Reporter Jurkat Cell Line
T1_PVR(CDI1535) aAPC CITO-K 1 Cell Ling

6x10*7
4x1044 e

2x104+

Luminesecence (RLU)

o

L 1 L] L]
-4 3 2 -1 0 1
Logg[Vibostolimab] (ng/mL)
H TIGIT CD226 Reporter Jurkat
EC50 | 0.2897

Fig 2. Response to Anti-H_Tigit hIgG1 Antibody(Vibostolimab). The H PVR(CD155) aAPC CHO-K1 Cell Line
(Cat. GM-C24690) were seeded at a density of 1E4 cells per well in a 96-well plate and incubated overnight. The
next day, serial dilutions of Anti-H_Tigit hIgG1 Antibody(Vibostolimab)(Cat. GM-24029AB) and the H_TIGIT
CD226 Reporter Jurkat Cell Line(Cat. GM-C20072) at a density of SE4 cells per well were added to the pre-
seeded cells. The mixture was incubated for an additional 6 hours. Firefly luciferase activity was measured using

the Luciferase Reporter Assay Kit (Genomeditech).
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