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1. 4iffsEsR. RF. RHEAES

MM E TR BE R F12K+10% FBS+1% P.S
I AR K B TR S F12K+10% FBS+1% P.S+4 ug/mL Blasticidin+4 pg/mL Puromycin
MR A« 90% FBS+10% DMSO

2. WM AHES

e
Reagent Specification Manufacturer/Catalogue No.
F12K 500 mL BOSTER/PYG0036
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
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

H TIGIT CD226 Reporter Jurkat Cell Line

1 % (SE6 Cells/mL)

Genomeditech/GM-C20072

Anti-H_Tigit hIgG1 Antibody(Vibostolimab) 10 pg Genomeditech/GM-24029AB
NTX-1088 (anti-PVR) 100 pg Aladdin/Ab190147
GMOne-Step 2.0 Luciferase Reporter Gene 1000 T Genomeditech/GM-040513C
Assay Kit
HEA AR

Equipment Manufacturer/Catalogue No.

A A ThermoFisher Scientific/Countess 3

BEEARAX Moleculardevices/SpectraMax L
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1. 4AfE 2. #ffEAR (BL 10 em MLAH1D
a) 37CCKHHRTIME IR EFREE, MABREE i WREREN 1 Z 2R, EHASHERE, &
TR S mL & 15 mL B0 HHRSREE, BELATHERERNEKSESF
b)  MIRE B R N IR 37°ClE K .
VB, K 4H MR TR 22K TR DA R AR PR B R R a) LA EAIR, MiEEAEK . BRI E 16-24
HEINIRIEfE G 2-3 77%0) © h J5 s S R SEYH NG BE TS L o 40 %5 R KT
o) H 70% B B AR AN AR AT B L 60%, BITTREAT A AL AR o HET 4H A& AR Ly
B, TEAEY) R AN U G T R A R 1:4-1:5, 2-3 KA.
MBI EIS % O MEOE R, BRIES, b)) KBRS %, 10 em M0 2
176 x g, EB5L» Smin, fEFHMITIE, 7 G mL PBS JE¥E 1 K.
d) fFH 1 mL BpssaritEE, w8 H ¢) # PBS, Ml 1mL0.25% Trypsin-EDTA JH4LI#,
W g O BRI, > 3 < 10° 37°C {44k 2-3 min, TAEE FAEE.
cells/mL. d)  FRARARARIE, SHAE IR AR L, 4 T 4
e) I AMINE ARG FRIEIOM I, R A M M BIMEERS, N 2 mL A2 A KEE IR IR A1 4
1 2-3 x 10% cells/mL, ARHEAH MRS AAFL, H5 1AL, KN IRET R, 176 x g iR
A e ) G0 RS R L > 3 min,
e) FLiE, diipiie HAEKRE RIS S, WG
AR £00 25 4348 AR 948 5 7% DL T R 4 fif 25
BEVHEE, AR 4UA % A 20-30%) .
3. MRIRA ERER
a) HRRSREERE, FRERARSES, AR
i G e A KA TR, SIS, L.
b) ﬁﬁﬁ@%%%ﬁﬁf%%ﬂﬁ+m%MMO) by FBS % 56°C kI 30 4, TTHIKIEAMARIE
HEMM, M5 5 x 10 cells/mL, S, R B B B K TR
B 1 mL A3 F AR AP ——
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1. Assay BHE GRfD

BRI TR AL, A SIS HEFE (] 5 x 104 cells/FL I 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, NN 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, PLHEMSIN 50 pL 2 /L 25 v )
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 ZHfifLEk, "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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Fig 1. 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-C24690) 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). The maximum induction fold was approximately [5.8]. Data

are presented based on drug mass concentration.
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fik 1. MAKIESR

SamplelD Geometric Mean : R675-H

| CHO-K1 2nti-PVR+APC-2nd Ab 1198
CHO-K1 H_PVR(CD115) aAPC H_IgG+APC-2nd Ab 1169

M| cHo-K1 H_PVR(CD115) aAPC anti-PVR+APC-2nd Ab 219068

Normalized To Mode

R6753-H :: APC-H

Fig 2. H PVR(CD155) aAPC CHO-K1 Cell Line (Cat. GM-C24690) was determined by flow cytometry using
NTX-1088 (anti-PVR) (Aladdin/Ab190147).

MR

TIGIT:PVR:CD155:CD226

H TIGIT CD226 Reporter Jurkat Cell Line Cynomolgus TIGIT CHO-K1 Cell Line
H_CD226 CHO-K1 Cell Line H_PVR(CDI155) CHO-K1 Cell Line
H_PVR(CDI155) Raji Cell Line H_TIGIT CHO-K1 Cell Line

Anti-H_Tigit hIgG1 Antibody(Vibostolimab)
Human TIGIT Protein; His Tag
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https://www.genomeditech.com/cell-line/H_TIGIT-CD226-Reporter-Jurkat-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_TIGIT-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD226-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_PVR-CD155-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_PVR-CD155-Raji-Cell-Line
https://www.genomeditech.com/cell-line/H_TIGIT-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-H_Tigit-hIgG1-Antibody-Vibostolimab
https://www.genomeditech.com/protein/Human-TIGIT-Protein;-His-Tag

