Genomeditech (Shanghai) Co.,Ltd.

= =1+ Order: 021-68455258/50432826/50432825
C(/; n)ﬁﬂﬂﬂiﬁﬂa Toll-free: 400 627 9288
~ Genomeditech Email: service@genomeditech.com

P A

H_PD-1 Reporter Jurkat Cell Line
H_PD-1 Reporter Jurkat 4l %

For research use only!

A HERIIHER], A TR !

RAS: V2.9.2

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

1720



Genomeditech (Shanghai) Co.,Ltd.

Toll-free: 400 627 9288

@ Eiﬁ;’lﬂmﬂ;& Order: 021-68455258/50432826/50432825

Genomeditech Email: service@genomeditech.com

H>%

—. TR T N =0 &2 s xR 3
- RN . - OO 3
=. TR 13 OO TT T 4
LIS T BB et 5
1. HMIRETE . IETE Y E IS oo 5

2. il 20 3 SO OO 5
Hi- A U= 10 N £ AV < OO 6
L = T 6

GHIABAR oottt 6

. L] TSRS 6

75- I (5 aAPC(OKT3) PDLL CHO-KL ZHMEI) oo 7
1. BREIRAIE S ———ANEI-PDLL...oooveeeeeeeeee et 7

(T 0 = 5 =TT 7

p I =375 2 L OO 8

3)  BUEAE R et 9

2. TIREIRAIE T2 ———ANEI-PDL ..ottt 10

(T 0 = 2SO 10

2)  AREFIEDEEI ...ooooveeeeeeeeee ettt 11

<) N ATt ST 12

£, 772 (5 H_PD-L1 Raji ZHML) oo ssesnee s 13
1. TREIRAIE T2 ———ANEI-PDLL ..o 13

1) HIREEIE oo 13

2)  ARAEFEDRIEIN ..ot 14

3) B UEAE TR eeeeeeeeeeeeeeeeeeeeseeeesaeenanenanen 15

2. I REIRAIE S ANEI-PD-1 ...oooocveeceeeeee ettt 16

1) JIEEZDIE oot 16

2)  ARETIEDRGI ..o.ooeeeceee et 18

3) U R e et 18

B3 TERIEAELE TR oottt 19
FFFHZEFTILE ettt n et 20

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

2120



Do EAAT e

Genomeditech

Cc

Genomeditech (Shanghai) Co.,Ltd.

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

Email: service@genomeditech.com

—

v PERERER KA
HAGER

L] ILE FA%
GM-C07928 H_PD-1 Reporter Jurkat Cell Line 5E6 Cells/mL
H AT
77 b IETE=E itk HaE fEF
GM-C07928 H_PD-1 Reporter Jurkat Cell Line 5E6CellsmL 1%  -196°C

—aN

B, BhAERF

1 R AR MTKEH, —196<T LAF (KRB E R D K7

2. By T TFE HIET LRI

AR KA

A7 AR Assay, NAE A eI S A A R AT .

THEY AR (i) AIRA

AAT] PRI IE, PR T A RIRT

Genomeditech (Shanghai) Co., Ltd
For research use only !

31720

e T AEAIRES, —196C LT (UKARER



Genomeditech (Shanghai) Co.,Ltd.

= =1+ Order: 021-68455258/50432826/50432825
C(/; n)ﬁiﬁiﬁﬂa Toll-free: 400 627 9288
~ Genomeditech Email: service@genomeditech.com

=, ik

PD-1 /&0l 1) T 4HMI AT B 20 21K i — F S e A 10 32 44, AEX R ptidAn B B s
) G2 S NE PRI R T TR R SC B D . AR ARIA] Y PD-1 5474k PD-L1 8¢ PD-L2 HUAHELAE
2 TCR {5 518K 1L T LA TCR I ARIGTE . e S Was A R 17~ A2 55 2%
2. FT-BEWT PD-1/PD-L1 HEAEHIFIAIT HUARR Fo Riva 8 FEVRTT 2 M Ak i il AR X 56
o RIS ARG IR AT, H AT TRCI anti-PD-1 5K anti-PD-L1 A= 4] ft v P 1 7 924K
WP RIGNZE T MR E L8 ST &, dndn A B 240 M R TH AR BRI T E v(IFNy)
M EAER-2 (IL-2) 1746 o B TR T (AR SR L 52 2% a6 7 RS & 6 1R Bt
XERIGRE S ) N 578 . Rt X S8 5E T R AR MELE BT B | I 2 R s Hh AT

449 H_PD-1 Reporter Jurkat Cell Line i 15 2: K40 &, %4 A2 e KA H_PD-1 %
Kl & Luciferase i 52 K. HAWEREN M, H—y aAPC(OKT3) PDL1 CHO-K1 Cell
Line (Genomeditech/GM-C05269) , J&—FfifaE Rt AN PD-L1 Ml—Fh At IR ARAK a7 ik
WA VR TCR M4 M R 1 & A K CHO-K1 48 e . # — & H_PD-L1 Raji Cell Line

(Genomeditech/GM-C03541) , »&—FifaE Rk A\ PD-L1 My ETER L CD80/CD86 ¥ Raji
.

24 H_PD-1 iy EH40M 5 R BRI IR, PD-1/PD-L1 2 [A] A HAF F 240
TCR 15 5@ M5 T B3 A 310 luciferase %Kik, AIAFEET PD-1/PD-L1 ($ESG .,
AP AR, 51 TCR (5 58K H% 53 Lk BT 31 luciferase Uik, FTHIT
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. e
1. SR BF. EalFMEs

M I IR RPMI 1640+10% FBS+1% P.S

YMAE KB FRIE:  RPMI 1640+10% FBS+1% P.S+3.5 ug/mL Blasticidin+0.75 ug/mL Puromycin

A RBRAT I - 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+1% FBS +1% P.S
2. WS ER
R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg 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 White Polystyrene Microplate 96-well Corning/3903
Cell Culture Dish 10 cm NEST/704001
aAPC(OKT3) PDL1 CHO-K1 Cell Line 5EG6 cells/mL Genomeditech/GM-C05269
H_PD-L1 Raji Cell Line 5E6 cells/mL Genomeditech/GM-C03541
EHEOHERE TR (SEE BER) 1 pg Genomeditech/GM-H23036
Anti-H_CD274(PDL1) higGl / Genomeditech/GM-31740AB
Antibody(Atezolizumab)
Anti-PD1 hlgG4 Antibody(Pembrolizumab) / Genomeditech/GM-52674AB
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503B
Assay Kit
B
Equipment Manufacturer/Catalogue No.
AHH A ThermoFisher Scientific/Countess 3
B BRAY Moleculardevices/SpectraMax L

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

51720



Do EAAT e

@; Genomeditech

Genomeditech (Shanghai) Co.,Ltd.

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

Email: service@genomeditech.com

=

a)

b)

c)

d)

e)

a)
b)

. HRET. BR HFE
MR 5

37°C/AKIB TS IR B TR, I TRRE I E 555 %
£ S5mL %2 15mL B0,

RNV 2R R L R A 4 B R RN 37°CE IR K I
By, KA BRI TR 20K T DA T R AR R SRR, EEINI
MRt GEE 2-3 7380 .

1 70% LB AR URAF 8 AN CAREARTS e i) J LR AR A
W A EGR G R R AR E 40 SR B B
LB ) ELE T, BEIRS), 176 x g, BL 3 min,
fEam e, # L.

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

WA SRR A, RSN A B 4-6
% 10° cells/mL, HRAE 40 ML HUSATR, g 4 g%
FEE 12 4 T25 1 (3-5mL B3 , B %.

AR AT

] 176 x g, 3 min &0 LN

i FH T4 Al MR A7 (90% FBS + 10% DMSO) &
Y, ZHAREEE RN S x 10 cells/mL, A8 1 mL
SR BIHRARAAE T

RS T ENd)E, A B THERR &,
-80°C FIRAFZEAD 1 R, RIRERERA .

2.

i

LA

MR TFER 1 E 2 R, ERARTERE, FAKRK

DRERTEARESNEE, BEHRNSHHERKE
KIFRE.

a)
b)

c)

d)

AR R, BiE A

B IRJG, 29 48-72h WHET S — UAE A, IR
A5 A B TR P B O I E m AR K
BiRdk. A5 48 h RAEA, EBGE L HMINE TF
BRIk, ARSI A E .

M EIER] 1.5-2 x 106 cells/mL, 1143, [§2-3
RIRBALA, NEALHE L 2 < 10° cells/mL, HEFF
A T25 Wi AT AR 7R

ZHN A RIF AN, AR LR Ris] X
MRS EA B o A AR AT DL B 4 1m) 35 720 s m
AACHE TR, SRR I A BRI AT S ST IR R NGB I T25 B
FOM AR SRS 57

HEEHMR:

a)

b)

YN R BOVEUR, HAR AN EE R R4
ik Zea=peainplet=: 8
BHRERINERE SR, AN 55 LR RE SR
HEETRE

THEY AR (i) AIRA

AAT] PRI IE, PR T A RIRT
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N, [FHAE (5 aAPC(OKT3) PDL1 CHO-K1 ZHj)

1. ThEeImiEsEi——Anti-PDL1

BRIl AL, WA SEEe, #EFE H_PD-1 Reporter Jurkat Cell Line 4l & 4y 1 <
10° cells/FL. 18 ] Anti-H_CD274(PDL1) higG1 Antibody(Atezolizumab) (150 kDa; AT fij #x
N Anti-PDL1) {EAMMEDA. ALK (Conc.01) Ny 15 ng/mL, 4 {HEAFEHFE, Conc.01-

Conc.09 4 A HEAi7E B2-B10, B11 Ay 0 3K, FEIAN 100 uL PBS, LA 1L FLZEEK .

FUARHEAT A0 T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
15 3.75 9375 | 234.38 | 58.59 14.65
Anti-PDL1 PBS PBS
pg/mL | pg/mL | ng/mL | ng/mL | ng/mL  ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) InEeB IR

a) SZIGHT 16-24 h, ¥ aAPC(OKT3) PDL1 CHO-K1 Cell Line M A HCH, M1k
ELD RN TVE , I s e i IR L ER AN, AN AR s J0f it L R RASE
SR IR AR E )Y 1.5 < 108 cells/mL. LAFEMS N 100 pL 40 8/FL 2 T 1) fL .
JE Bl ) FLAN 100 uL PBS. 7 biRkas, TE4E i a i w i .

b) SZEGHT 1-2 h, ELOUSEE H_PD-1 Reporter Jurkat Cell Line, LA Assay Buffer 2241
f, YN 3% 7, S8 EMIN Assay Buffer 11975730, HREGHAICE 51 2 <108
cells/mL, T-ifEiE &4 H

c) M LANTCE 96 LV RAR & HUARRE .

d) SMFgUE, 817 (i B2-B10) .

e) HEREHI

PUR AR fifi BHR We & 7792
Anti-PDL1 2.8 mg/mL 0.28 mg/mL i 2 uL £ + 18 uL Assay Buffer
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f) 96 fLVIEKHH, A Assay Buffer, SFLIARFILNZ, @1 B2 LN 65.5 uL Assay
Buffer, B2-B11 L, M 55 uL Assay Buffer.
9)  HUA FEHAFR BRI SRR, N BIEE — AR EERBE L (1 B2 i 7.86 pL

Anti-PDLL) , B2,

FERRIL | BRIERREL, HCUCOHTFLIREL 183 uL, IIAIRAL | x|
1 2 3 4 5 6 7 8 9 10 11 12
[ | | T
7.86 pL Anti- .
PPN 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
PDL1 e

h)  MEE—ANBAFEERFESL B2 HIRIL 18.3 uL, MIAFIZE —ANBAEMREAL B3, 78IRS

) DA, EHEE 9 MERERBIL (B10) .

i) Kb a #EA LT aAPC(OKT3) PDL1 CHO-K1 Cell Line o fLARECHY, Wi# 95
ul i, BALINA 50 uL 253 b #E 4% 47 (1) H_PD-1 Reporter Jurkat Cell Line 41/i,
FHFSLIN 50 pL B MBI BLAR, RAEHEE 16 h.

k) {iH GMOne-Step fix 15 3 R AR, 450 Luciferase.

2) REEFERN
S AR e RIS 58 B
H_PD-1 Reporter Jurkat Cell 0 pg/mL 15 pg/mL 228.88 pg/mL
Line+Anti-PDL1 624 3166 685
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3) ISR

Luminescence (RLU)

Luminescence (RLU)

H_PD-1 Reporter Jurkat Cell Line 1 x 10° cells/well

4000+
aAPC(OKT3) PDL1 CHO-K1 Cell Line 1.5 x 10* cells/well
3000+
2000+
1000+
0 ] ] 1
-4 -2 0 2
Log,olanti-PDLI1] (pg/mL)
H _PD-1PDLI Reporter Blockade Assay
EC50 | 0.3911
4000- H_PD-1 Reporter Jurkat Cell Line 1 x 10° cells/well
aAPC(OKT3) PDL1 CHO-K1 Cell Line 1.5 x 10* cells/well
3000+
2000+
1000+
0 ] L] ] 1
4 2 0 2 4
Log,elanti-PDL1] (nM)
H PD-1 PDL1 Reporter Blockade Assay
EC50 | 2.607

Fig 2. B4t
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2. DIRERESER——Anti-PD1
BEVE B IR, T AR SZE, #E# H_PD-1 Reporter Jurkat Cell Line 4H &4 1 %

LR il #R N

105 cells/ fL . ¥ F§ Anti-PD1 hlgG4 Antibody(Pembrolizumab) ( 150 kDa;

I O m m O

Pembrolizumab) fENFIPESTA, Human IgG4 Isotype Antibody (150 kDa; PLRf&E#Fx N 19G

Antibody) 1ENBAYEREHA. LL Pembrolizumab 9%, #2444 & (Conc.01) %y 30 pg/mL,

3 fE bk EHFiRE, Conc.01-Conc.09 437 HEAi7E B2-B10, B11 Jy 0 #EXIH. FRIH 100 uL

PBS, ARl fLA % . FLBGHA I

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
3.33 111 370.37  123.46 41.15
Pembrolizumab PBS PBS
pg/mL | pg/mL | pg/mL  pg/mL  ng/mL  ng/mL  ng/mL
1gG Antibody PBS PBS
PBS PBS
1) InkeB IR
a) SEIGHET 16-24 h, ¥ aAPC(OKT3) PDL1 CHO-K1 Cell Line M5 ECH, Wik
ED RN DTVE , I B s e i IR L HOR AN, A AN s 0t L R RASE
SR IR UIR E )y 1.5 < 108 cells/mL. LAFEMSHN 100 pL 40 8/FL 2 Fr1a)fL .
JE Bl EIFLIN 100 pL PBS. 7 bARkE:, T4 i E L i .
b) SZIGHT 1-2 h, .0 H_PD-1 Reporter Jurkat Cell Line, LA Assay Buffer 524
M, SN R Kk 77, 3@ AN Assay Buffer 17730, R 4NM0IKR E F) 2 <100
cellssmL, T E R
c) fEM 1ATEE 96 FL V AR & HUARRE .
d) &ARRNPUE, fEH—47 (41 B2-B10) .
e) /R
EAN N fifi B Wie & 7772
Pembrolizumab 0.77 mg/mL / B AR
IgG Antibody 1 mg/mL / FLEAR IR

THEY AR (i) AIRA

AR SRS, AR T RT

Genomeditech (Shanghai) Co., Ltd
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f) 96 fLVIJEMF, I Assay Buffer, SFLIAFIINL %R, W B2 fLIIA 76 uL Assay
Buffer, B2-B11 fL, MIA 55 uL Assay Buffer.
9)  HUA FEHAFR BRI SRR, OB S — AN EERBEALT (B2 N 6.5 pL

Pembrolizumab) , V&%

A UEN

| BOREREEAL, KU RTTLIL 27.5 pL, AL | x|

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

6.5 pL

Pembrolizumab

PPN 76 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL

2.5 uL IgG

Antibod

y

A

h)  MEE—/NBREERREAL B2 "FURHL 27.5 pL, I —ABEEERRAL B3, AR

i) DLMGEHE, HEEZ 9 MEAEMBEAL (B1O)

i) HPIE a I aAPC(OKT3) PDL1 CHO-K1 Cell Line 400 fLARELH, W# 90
uL B3, BFLIIA 50 uL 2B 3% b #E & 471" H_PD-1 Reporter Jurkat Cell Line 41,
FHEEALIN 50 pL BB EERRERIPLAR, RIS 7h.

k) {iH] GMOne-Step fix 15 3 F AR, M Luciferase.

) REERRN
S A e RIS 58 B P
H_PD-1 Reporter Jurkat Cell 0 pg/mL 30 pg/mL 4.57 ng/mL
Line+Pembrolizumab 3535 25935 3966
H_PD-1 Reporter Jurkat Cell 0 pg/mL 15 pg/mL 2.29 ng/mL
Line+1gG Antibody 3125 3540 3719
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3) ISR

H PD-1 Reporter Jurkat Cell Line 1 x 107 cells/well

300009 aAPC(OKT3) PDL1 CHO-K1 Cell Line 1.5 x 10% cells/well
=)
é EC50
T 200001 -©- Pembrolizumab  0.8411
E A TgG Antibody
[*]
A
E 100004
g
=
-
ﬂ n 1 1
-4 -2 0
Logo[Sample] (rig/mL)
H_PD-1 Reporter Jurkat Cell Line 1 x 10° cells/well
300007 aAPC(OKT3) PDL1 CHO-K1 Cell Line 1.5 x 10* cells/well
=)
é EC50
< 200004 =&~ Pembrolizumab  5.608
§ - 1gG Antibody
[*]
£
E 10000+
g
=
NG}
0 L] L] L] 1
-2 -1 0 1 2
Logig[Sample] (nM)
Fig 3. IiFZ5 54
CT BIXTPUAR AT 7 B B AN B R B e 50 ) 41D
AR (B HRAR Genomeditech (Shanghai) Co.,Ltd
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+. fEAKFE (5 H PD-L1 Raji 4/)

1. ThRERESEK——Anti-PDL1

AS2EAd ] 1 <108 cells/Well ¥ H_PD-1 Reporter Jurkat Cell Line £ 2 <10 cells/Well [{]
H_PD-L1 Raji Cell Line (354 )ik 47525

ASIGAEH Anti-PDL1 (150 kDa) 1EAFAMEZY, AWK (Conc.01)H 15 ug/mL, 4

516 B FE, Conc.01-Conc.09 4 il HEA 7E B2-B10. J& >4 100 uL PBS, LARj1LIIFLEK

w

FUARAT S «
1 2 3 4 5 6 7 8 9 10 11
. 15 3.75 9375 | 234.38 58.59 14.65 3.66 915.53  228.88
Anti-PDL1
pg/mL  pg/mL  ng/mL | ng/mL ng/mL ng/mL ng/mL | pg/mL

I O m m oo

EEXTAS R UARRE A B 1E, TR AR A AP SR DAIRAS AT 045 R . A AR B [
SE PPUARFIGHMOBE TR, B SR A P i 4 1) 10 L A3
1) JFEP IR
a) FESZIOHT 1-2h, B0UEE H_PD-1 Reporter Jurkat Cell Line A1l H_PD-L1 Raji Cell
Line 4, DL Assay Buffer S22/, THH40M%EE 3G /7, @i #hin Assay
Buffer [f) 52\, 1A% H_PD-1 Reporter Jurkat Cell Line ZH g i &}y 4 <106
cells/mL, V&% H_PD-L1 Raji Cell Line 4K 8 <10 cells/mL. #E#& P 96
FUAR,  PIRRAE I DLHERS N 25 pL 40 f/AL 2= WS FUBR K 10 AS4L. A f4Lm 100
uL PBS. WWHE I E R
b) EFAITEIE 96 FL V RARME R 2R -
¢) XTARUEES, 47 (B AT, SPREE LU 6 MY .
d) A Assay Buffer, #fLIAF L 3£, L Anti-PDL1 A, 40 B2 fLA A 35.9
uL 1 Assay buffer, B3-B11 A 27.5 uL i Assay Buffer.

e) BHEACE

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !
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2Tk /RN fifi 5201 LW WIRFS
Anti-PDL1 2.8 mg/mL / BT AR
SEE 0.4 mg/mL 0.004 mg/mL 2 uL fifi+198 uL Assay Buffer

) WA FRRRR AR S BRRL  IMANZIEE — R R SL (I B2)

BRI | BOISERVREAL, (RO AIFLIRE 9.2 L, IAVAL
1 2 3 4 5 6 7 9 10
0.8 uL 27.5 27.5 RS 27.5 27.5 27.5
Anti-PDL1 pL pL uL uL

g) & B2fLH A 0.8 uL 1) Anti-PDLL Hifk, RAI. XFARMKERDUA, HFLN

AGUREAR, H LG BB EERR A R, AT B HEA R HEAT SE 46

h) PLH2RHE, B2 B10 £L, B11 AAIIPUAAR R XHE .
i) CKDIE a WESIFHY H_PD-L1 Raji Cell Line 4HAFLARELH, FEFLI0 25 pL B Mk

Frifk, §EHE 30 min.

i) BCE 5ng/mL (¥ SEE (4 x BUEWRE) « HL 2.75 uL 1) 0.004 mg/mL SEE, JHiA#|
550 uL Assay Buffer #, 2%,

k) B0 a vER IR H_PD-1 Reporter Jurkat Cell Line 40 fLARELH, AE4LI0 25 uL

% BB 1K) SEE, B¥E 30 min.

) 30min /5, {8 FHHHEK B 1769 H_PD-1 Reporter Jurkat Cell Line A1 H_PD-L1 Raji

Cell Line /R 5% E (50 uL+50 pL)

m) 5 BRI, T 37T CO, HiRMhiigE 16 h.

n) {H GMOne-Step fix 15 HE Rk, Al Luciferase.

2) WMEZEREN
S A R UL

H_PD-1 PDL1 Reporter Blockade
Assay

0 pg/mL

15 pg/mL

228.88 pg/mL

3234

26710

3318

HER (L) ARAT
A E P LGRS, TR T AT !

14/ 20
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3) ISR

H_PD-1 Reporter Jurkat Cell Line 1 x 10° cells/well
H PD-L1 Raji Cell Line 2 x 10 cells/well
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Fig 4. {#/l H_PD-1 Reporter Jurkat Cell Line 1 H_PD-L1 Raji Cell Line, ;i Anti-PDL1 {45 R~
CT B 2 AT I 58 P58 R B R A J3E 1 i B ) &)
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2. DIReRiESE——Anti-PD-1

AS2EAd ] 1 <108 cells/Well ¥ H_PD-1 Reporter Jurkat Cell Line £ 2 <10 cells/Well [{]
H_PD-L1 Raji Cell Line (354 )ik 47525 .

A 928 ff F Anti-PD1 hlgG4 Antibody(Pembrolizumab) ( 150 kDa; PL F & #x A
Pembrolizumab) £ A P25, Human IgG Antibody (150 kDa; LA T f&#5l 1gG Antibody)
YENBAHEXTHE, L Pembrolizumab 91, 4G4 (Conc.01)49 50 pg/mL, 4 556,
Conc.01-Conc.09 73 Al #EAT £ B2-B10. JAH Yy 100 uL PBS, LARIEAALAE K . FLEAG )R-

1 2 3 4 5 6 7 8 9 10 11 12
50 12,5 3.13 781.25 195.31 | 48.83 12.21 3.05 762.94
Pembrolizumab
pg/mL | pg/mL | pg/mL ng/mL ng/mL | ng/mL ng/mL ng/mL | pg/mL

1gG Antibody

BRI ASRIDUAAE S AR, TSRO AL IR0 SR DASRAS A A 2R o W SR A2 A4
JE I HTAR RN B BEAT R I, S DA P Aol 0 L 2 T P L A

1) IEEBER

a) (ESZIGHT 1-2h, B0ULHE H_PD-1 Reporter Jurkat Cell Line A1 H_PD-L1 Raji Cell
Line 401, LA Assay Buffer B 2410, THHE4IMEEE MG S, il xhin Assay
Buffer [ 52\, 1A% H_PD-1 Reporter Jurkat Cell Line ZH g i i}y 4 <106
cells/mL, % H_PD-L1 Raji Cell Line 4P fE /8 x<10° cells/mL. #E%&H/~ 96
fL#, H_PD-1 Reporter Jurkat Cell Line 40 fid LLHEFE N 25 pl 0 /L2 e 20 4
fL, H_PD-L1 Raji Cell Line ZHif1 AHEFEIN 25 pL A/ SLZE 53— 4> 96 FLAR I [A]
20 L. FIFEFLIN 100 uL PBS. W% & i & F5H .

b) EFAITEIE 96 FL V RARME R 2R -

¢) XTARUEES, 4T (B AT, FEE N LU 6 NP .

d) N Assay Buffer, SfLIAFI L FZ%. LL Pembrolizumab A%, 1 B2 FLA I

27.2 uL f¥) Assay buffer, B3-B11 fil\ 27.5 uL [#] Assay Buffer.
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e) BHRICE
kY Y i fift B fic & 7%
Pembrolizumab 0.77 mg/mL / HRAE MR
IgG Antibody 1 mg/mL / B AR
SEE 0.4 mg/mL 0.004 mg/mL 2 uL 7% +198 uL Assay Buffer
) IR R R IIRE S B, IMNEEE — DB M REAL T (1 B2) .
B BRISERREL, MRV 9.2 L, IIAIREL | x|

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

9.5 uL

Pembrolizumab

4.4 L
1gG Antibody

9) £ B2 LN 9.5uL ) Pembrolizumab, JB%). X ARIKERIBUE, EILIMA
PRI, EALE BB E A F, P UAE A AR AT 5250

h)y DAKEHE, B % B10 fL, B11 AAMHUARRIN .

i) KD a #EAIFH) H_PD-1 Reporter Jurkat Cell Line 400 fLAREL H, AEFLI0 25 uL
BhEERBEII TR, % E 30 min.

j) T SEE (4> UMK « HL2.75uL f 0.004 mg/mL SEE, A 550 uL Assay
Buffer 41, &%

K) BB a R IFH) H_PD-L1 Raji Cell Line 4ifa LB H, 4FLI0 25 L B8 j i
HUIFr) SEE, WFE 30 min.

) 30min /5, {8 FHHHEKE B 169 H_PD-1 Reporter Jurkat Cell Line A1 H_PD-L1 Raji
Cell Line {8 &5 H (50 uL+50 pl)

m) @ FARIIARE, T 37C CO. HaRMh It 16 h.

n) 8 H GMOne-step i # F: RS, Kl Luciferase.
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S AR R R B
H_PD-1 PDL1 Reporter Blockade 0 pug/mL 50 pg/mL 762.94 pg/mL
Assay+Pembrolizumab 6131 40546 6249
H_PD-1 PDL1 Reporter Blockade 0 pg/mL 30 pg/mL 457.76 pg/mL
Assay+1gG Antibody 6057 6891 6072

3) WiEER

H PD-1 Reporter Jurkat Cell Line 1 x 10° cells/well

500009 H_PD-LI Raji Cell Line 2 x 10" cells/well EC50
E 40000~ -©- Pembrolizumab  0.4352
o =&~ IgG Antibody
g 300004
=
3
£ 200007
E +5 ng/mL SEE
S 100004 8
—
0 " L] L}
-4 -2 0
Logjg[Sample] (ug/mL)
H PD-1 Reporter Jurkat Cell Line 1 x 10° cells/well
500009 H_PD-LI Raji Cell Line 2 x 107 cells/well EC50
E 40000~ -0~ Pembrolizumab  2.902
o A~ IgG Antibody
g 300004
=
3
$ 200001
s +5 ng/mL SEE
E 100004 g
ot
0 " " L} L}
-4 -2 0 2

Log g[Sample] (nM)

Fig 5. 18] H_PD-1 Reporter Jurkat Cell Line A1 H_PD-L1 Raji Cell Line, IiF Anti-PD-1 {45 SR
CT B 2 AT o3 S R 5 R B8 7R R 5 (1) 5 B s 22D
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Normalized To Mode

100 = SamplelD Geometric Mean : R660-H
W | Jurkat anti-PD1+APC-2nd Ab 955
H_PD-1 Reporter Jurkat H_IlgG+APC-2nd Ab 993
| H_PD-1 Reporter Jurkat anti-PD1+APC-2nd Ab 70803

R660-H :: APC-H
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5 P AT Hp L

RV LV AT AR RO R, O L AN R RN TR T VAT ROBCRIR T 4R AV T
N FEAEYR R EVERIAOR, AR, AL GRS R P YT AR BT AL

BT i RV AT 7 2 8], vF I 7 AN e MR T B R . BOF R TAE 5. 2R,
B A DAL T AR R R AR eI . BT BTAEHL . BRRE. K2sUEMIRG
AR w5 =7 AR T ANV T N BIWE T H BT A6

PRGBS 5 A R
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