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GM-C31560  H BTLA PD-1 Reporter Cell Line 5E6 Cells/mL

L TR 7 A R s HE R
GM-C31560 H_BTLA PD-1 Reporter Cell Line 5B6 CellymL 1%  -196°C
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BTLA (Band T lymphocyte attenuator) F1 HVEM Cherpesvirus entry mediator) & f &
BRI EA, ENZEAAEATAER, #I0 2 M EZE NG EK. BTLA £
— A RO AR, 5 HVEM (456 7T LA T 40 s (A S [ . Jdid BTLA-
HVEM #1817, AT A5 S Be 4B RV (LRI DB, AT B0 o3 2 RO FE AP

PD-1 (programmed cell death protein 1) J&—Fh4ifER M2 A, FERIETEIEIM T 4
. B 4HARA NK 4 1, 77 LUE I 45 & H A PD-L1 F1 PD-L2 K40 T 4 s A1 G
M. PD-L1 (programmed cell death ligand 1) J& PD-1 FIficiA, =ERIALEMEAIM. %%
MM ANH AR L, 85 PD-1 4 A kb T A0 (A it fe s ki . PD-1/PD-L1 {5
I R R YA G SR B B S A PR A R, B T 4R RS AR i
T 200 0 B8 S 2 R S 2 T4

44 H_BTLA PD-1 Reporter Cell Line i & 3 K40/l &, 2 %k BTLA, PD-1 %
K. 1Z40fiEd 5 H_ HVEM PD-L1 aAPC CHO-K1 Cell line (Genomeditech/GM-C31561) JL£%
7%, BTLA 5 HVEM 454, PD-1 Y5 PD-L1 45 &G #8240 T 4S5 @i Anti-BTLA
A1 Anti-PD1 $ifA, 4> HIFELET BTLA-HVEM. PD-1-PD-L1 MHEAER, Mk E T 4EfES .

ZYNM AT T BTLA. PD-1 #HC25W 0 98 o

l)b' Li LN \‘()l‘(!r:; [ \"vEM 3 “'s‘l.l'\ 1l L OKT3 ) HVEM
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v MIREE
1. giffsEsR. K. RAEFES

A 585355 RPMI 1640+10% FBS+1% P.S

A KB IR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+0.75 ug/mL Puromycin+400 pug/mL

Zeocin
20 R A 90% FBS+10% DMSO
Assay Buffer: RPMI 1640 +1% FBS +1% P.S
2. RFUFEAHER
e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
Zeocin 100 mg Genomeditech/GM-040407-
100MG
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL Vivacell/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 Not Treated 96-well Corning/3912
Microplate
H HVEM aAPC CHO-K1 Cell Line 1 % (5E6Cell/mL) Genomeditech/GM-C25499
H HVEM PD-L1 aAPC CHO-K1 Cell line 1 % (5E6Cell/mL) Genomeditech/GM-C31561
aAPC(OKT3) PDL1 CHO-K1 Cell Line 1 % (5E6Cell/mL) Genomeditech/GM-C05269
Anti-BTLA hlgG4 Antibody(22B3) / Genomeditech/GM-50103AB
Anti-PD1 hIgG4 Antibody(Pembrolizumab) / Genomeditech/GM-52674AB
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C
Assay Kit
AR
Equipment Manufacturer/Catalogue No.
2 v H X ThermoFisher Scientific/Countess 3
B BRAY Moleculardevices/SpectraMax L
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a)

b)

d)

e)

a)
b)

c)

. HHRET. FR. FF
R 75

37°C/KIB TS IR B TR, I TRIE I E 555 %
A 5mL % 15 mL B.0%E

NV 2R R L R A 4 B R RN 37°CE IR K
By, AR IR 2K DL N RS AR, EEINI
MRt GEE 2-3 7380 .

HI 70% S 5ARRA7 8 AN LRGS0 J LA A A
W2 A EGR G R R AR E 40 SR B B
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
Jeta TR AL, 4> 3 x 108 cells/mL.
BN IR FRE I, RSN R 4-6
x10° cells/mL, L4 4 i 2o SRR, F 2 i Bl
R 124 T25 1 (3-5mL B , BRI,

AR AT

{$FH 176 <g, 3 min 25O

18 FA A AL 777 (90% FBS + 10% DMSO) i
gHf, PR HEE N 5 < 108 cells/mL, & 1 mL
SR BIH R E T

FERT, EUE, WA AEE THERES T,
-80°C MIRAFZEAD 1R, RRERZERA .

2. LA

T AREREN 1R 2R, FRERERE, AR

SheR, BERATERERNEKERE.

a) ek, BiEAK.

b) FIREIG, 24872 h ATHHTH AR, K
ARG ARG TR TR B IR NPT R AR KB TR A
# 48 h ARALAX, ERUUE BAMINE IR IR, iR
AR R .

C) HaNfuEE LT 1.5-2 <108 cells/mL, 14%£3, FF2-3
RARGALAR, ANEALILR BEj 2 <108 cells/mL, #E#
T T25 AT fL AR 55

d) 2N RIRANE, AN HEREAE A a1 X
AR S BN R AL AR AT LA BB IR SRR A
AT TRIE, SRS R AN AT 0 5] JE S N BT T25 1%

TR AR SERE 7

ERFE:

a) ZYEMIXTEEBOVEUR, B3R, AN EERREHE
B EHTEE

b) HUAERRERE IR, PR 5 BRRE SN
HEEFRE,

c) MhHHHu7E HVEM. LIGHT RERRE-40 i Emt_ B 3k4T
W, WFRE4IEEHE Hygromycin, G418 Hifhdk:
58
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(LA H_HVEM PD-L1 aAPC CHO-K1 Cell Line + Anti-BTLA + Anti-PD1 Jy%i1)

ASZEEFH 1 < 105 cells/FLf¥) H_BTLA PD-1 Reporter Cell Line F1 1 x 10* cells/FL[#]

H_HVEM PD-L1 aAPC CHO-K1 Cell Line #1755

f# A1 Anti-BTLA hlgG4 Antibody(22B3) (UL F & #% A Anti-BTLA), Anti-PD1 hlgG4

Antibody(Pembrolizumab) (DL R f&iFxA Anti-PD1), #2444 (Conc.01) Ny 50 pg/mL, 4 f5#f

JEFiF, Conc.01-Conc.09 43 HIHEAi#E B2-B10, B11 M 0 yREEXIIE. FE N 100 uL PBS, LA

B (b FLEE K
FLARAT R -
2 3 4 5 6 7 8 9 10 11 12
PBS PBS
Anti-BTLA + 12.5 . 3.05 762.94
PBS PBS
Anti-PD1 pg/mL | pg/mL ng/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
JilIVE L
a)  SEIGHT 16-24h, ¥ H_HVEM PD-L1aAPC CHO-K1 Cell Line M58 ECHY,
B OSSR TVE , A 3 B 58 A 3 7 5 BRI, A I v g R4, 15 RA
SEARE IR I AR FE O 1 > 105 cells/mL. LLHEAEIN 100 pL 40/ FLZE A a) L.
JEFEFLIN 100 uL PBS. 6 bR, T4 i E i
b) SZIGHT 1-2 h, B.OUisE H_BTLA PD-1 Reporter Cell Line, LA Assay Buffer 5 &4
WL, A S B S Fy, Bk Assay Buffer 7730, % H_BTLA PD-1
Reporter Cell Line £ 2 <106 cells/mL; LPAHFEIN 50 uL 4B/ fL 2 ElfL. JA Bl rAL
Bn 100 uL PBS, £
c) fEMH 1A 96 FL V RARHE & BUAR R .
d) SAFRlGUE, 17 (W B2-B10) .
e) HE&RBRE
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IR it BER Fic & 7592
Anti-BTLA 2.82 mg/mL / BT AR
Anti-PD1 0.77 mg/mL / BT AR

f) 96 FL V JEMF, I Assay Buffer, #FLAFIIL 2R, W1 B2 fLIIA 61.23 uL

Assay Buffer, B3-B10 fL, N 55 uL Assay Buffer.

Q) I FEMRFRE AR AL S BRE, IMAEIEE — MR RESL S (i B2 il inA

2.6 uL Anti-BTLA £1 9.5 uL Anti-PD1) , &%

BRI | BRIERVREAL, (RO ATTLIIN 1838 L, AL

B

5 6 7 8 9 10 11

12

2.6 uL Anti-

Anti-PD1

BTLA+9.5 uL uL | 55puL S5uL SSpL | SSuL SSuL SSuL | SSuL S5 uL

hy M MERERREFL B2 L 18.33 L, MNAFEE —MHEFEFL B3, 7870E5).
i) DA, EES 9 MEEMBIL (B10) .

i) CKbEE b #E4 17 H_BTLA PD-1 Reporter Cell Line 4B LEELH, InAETR i #i

FIFRR G, AL 50 ul, o EREAR, WFE 1h.

k) B BIR a 4 H_HVEM PD-L1 aAPC CHO-K1 Cell Line 48 4Lk, "3 I

5 100 uL; ARJEAIA DB | 1 & 4F RS, BEAL 100 pl.

) = bk, ®H6h.

m) WCFEREIN Luciferases
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S AR AR I 3 B
0 pg/mL CAnti- 50 pg/mL C(Anti- 762.94 pg/mL CAnti-
BTLA+ Anti-PD1) BTLA+ Anti-PD1) BTLA+ Anti-PD1)
H_BTLA PD-1 Reporter Cell Line +
. 9352 37070 8621
H_HVEM PD-L1 aAPC CHO-K1 Cell Line
0 pg/mL Anti- . 762.94 pg/mL Anti-
50 ug/mL Anti-BTLA
BTLA BTLA
H_BTLA PD-1 Reporter Cell Line +
. 18689 59370 16037
H_HVEM aAPC CHO-K1 Cell Line
H_BTLA PD-1 Reporter Cell Line +
. 11846 14730 9212
H_HVEM PD-L1 aAPC CHO-K1 Cell Line
. . 762.94 pg/mL Anti-
0 pg/mL Anti-PD1 50 pg/mL Anti-PD1 PD1
H_BTLA PD-1 Reporter Cell Line +
7156 21721 7078
aAPC(OKT3) PDL1 CHO-K1
H_BTLA PD-1 Reporter Cell Line +
. 11132 17603 11253
H_HVEM PD-L1 aAPC CHO-K1 Cell Line
WUEZE R
H BTLA PD-1 Reporter Cell Line
5m EC50
-©- HVEM PD-L1 aAPC+anti-BTLA+anti-PD1  2.816
4 A~ aAPC(OKT3) PDL1+anti-PD1 0.5049
HVLEM aAPC+tanti-BTLA 19.54
< 37 HVEM PD-L1 aAPC +anli-PD1 0.09174
s HVLM PD-L1 aAPC+anti-BTLA
2+ = S
===
0 L] L] 1
4 2 0 2

Logjg[Sample] (pg/mL)
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Fig 3. H_BTLA PD-1 Reporter Cell Line { [ Anti-BTLA higG4 Antibody(22B3) (Genomeditech/GM-
50103AB) Hik it AR IIEZE

100 = SamplelD Geometric Mean : FL11-H
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Fig 4. H_BTLA PD-1 Reporter Cell Line f# /] Anti-PD1 higG4 Antibody(Pembrolizumab) (Genomeditech/GM-
52674AB) LAt A IELS R
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H BTLA PD-1 Reporter Cell Line
H HVEM PD-L1 aAPC CHO-K1 Cell Line

Fold

22 -1 0 1 2 3
Log o[ Anti-BTLA+Anti-PD1] (pg/mL)
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EC50
47 - CPS 16.03
A CP18 14.42
CP28 14.38
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