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PD-1 /&0l 1) T 4HMI AT B 20 21K i — F S e A 10 32 44, AEX R ptidAn B B s
A G 8 S L R TS Pl S A o <IE 4R AR IR] ) PD-1 5 SR PD-L1 B¢ PD-L2 HIAHEL{E
24 TCR {5 518K 1L T LA TCR AR ARIGTE . e S WOs A i 8 17~ A2 452
2. FHT PN PD-1/PD-L1 AHHAEFEVGEIT HUARR Fo il & E VYT &Rl A 1 K 5
W RIS ARG IR AT H AT TRCI anti-PD-1 5% anti-PD-L1 A= 4 b v M 1 7 424K
HTHIRNIE T UMD e 2 sl RO E, andn M3 5 . 400 R E bR SIS . FIUER y(IFNy)
M EAER-2 (IL-2) 197 4E o B TR0 T AR JEARGE M L 52 2% a6 7 RS & 6 1 il Beniat )
XERIGRE S ) N 578 . Rt X S8 5E T R AR MELE BT B | I 2 R s Hh AT
424 H_PD-1 Reporter Jurkat Cell Line $i 75 3£ K41 R, %40 M e R I8 H_PD-1
Kl % Luciferase iR 53 H . HA =ERERNAHM, H— 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 . # — A& H_PD-L1 Raji Cell Line
(Genomeditech/GM-C03541) , »&—FifaE Rk A\ PD-L1 My ETER L CD80/CD86 ¥ Raji
Yiffs. H =>4 H_CD32B aAPC CHO-K1 Cell Line (Genomeditech/GM-C25754) , s&—Fifa
SEZRIE N CD32B Al —Fft AT IR AR 7 U380 [R5 TCR 21 i 22 1 £ . 1) CHO-K 1 41 il .
% H_PD-1 iy BRI 4iE 5 PDLL Ao E4n it E5 7515, PD-1/PD-L1 Z 8] AH BAEH
S| TCR A5 5l BE 1 5% 3 S e s K7 5 1 luciferase i . I AFHIKT PD-1/PD-L1 [#71
e, XM AR, 51 TCR (5 5@k f% 5 Lk Bl T3/ luciferase HIFRIX,
AT 52 LI PD-1/PD-L1 AH A A P4 Sz FAt AR Ml ) R e A As s 1 . 24 H_PD-1
st SR 45 H_CD32B aAPC CHO-K1 Cell Line $t855%, MM PD-1 #shFIfilk, Ptk
FeyRIIb SZARAZHE, WoiE PD-1 FiF SHP2 - 2#lifilE 5, @i TCR NS E
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. e
1. SR BF. ElFMEs

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

YpE KR FRIE:  RPMI 1640+10% FBS+1% P.S+3.5 ug/mL Blasticidint+0.75 ug/mL Puromycin

A RBRAT I - 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+1% FBS +1% P.S
2. WIUFEMHER
T HE
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
H _CD32B aAPC CHO-K1 Cell Line 5E6 cells/mL Genomeditech/GM-C25754
EEOHERE TR (SEE BER) 1 ug Genomeditech/GM-H23036
Anti-H CD274(PDL1) hlgGl / Genomeditech/GM-31740AB

Antibody(Atezolizumab)

Anti-PD1 hlgG4 Antibody(Pembrolizumab) / Genomeditech/GM-52674AB
Anti-PD1 hlgG1 Antibody(Rosnilimab) / Genomeditech/GM-87952AB
Anti-PD1 hlgG1 Antibody(Peresolimab) / Genomeditech/GM-87951AB
Anti-PD1  hIgG4 Reference Antibody / Genomeditech/GM-87802MAB
(Pembio)
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503B
Assay Kit

HEALA
Equipment Manufacturer/Catalogue No.
2 v H X 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 !

6/ 24



(?;Eﬁiﬁﬂﬁ

Genomeditech (Shanghai) Co.,Ltd.

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

Email: service@genomeditech.com

=

b)

c)

d)

e)

Genomeditech
. AmET. BR. BF
Y 2 75

37°C/KIR TR JRRE 3R 0, IMATRAE S
TR s mL £ 15 mL B0 .

IR HH B VR A7 20 P R GE BN 37°CHE R K
TR, K G PRI TR 2K T DA R B AR R S AR
HE NIt GEE 2-3 7% .

FI 70% £ I #4475 A1 38 LA B AT 41 L
o (EAEY) R AN U G T R AR R
MRS R O FELET, BRRIRY,
176 xg, £50 3 min, {F4HlEyE, 7 Bib.
A 1 mL B8R E R, R
Gy e B 4, 4B > 3 x 108
cells/mL.

AN F R IR R R T R, YRR A A
F 4-6 <10° cells/mL, HRHE4HILER A, K
YRR A 1-2 4> T25 H (3-5mL & »
BREFE

AR A

/1 176 x<g, 3 min BT

15 F T4 4R B R 4739 (90% FBS + 10% DMSO)
HURAHML, AR LRy 5 =< 10° cells/mL,
[ 1 mL 7R B MR E T

FPRET, EUAMCE, BRAAE E TR
BEF, -80°CTHRAFED 1K, RIEREHR
A

2. YHRAEAR

E: MREFEN 1E 2R, HRAEREFE, SRR

SR, BERANSEIERNEKERE.

a) ARk AR, B Ak

b) HIREIE, 2 48-72h AIRETEE — kAR, Uk
AL AR 5 4 A % 2 AT B s I AR R I A
KHr g 47 48h RIEA, HUGELFMNE 75
B IRdk, RSO R A

C) YR LR 1.5-2 < 108 cells/mL, 1% 3,
B 2-3 RAKLLAEM, AEALHZAE 2 < 10°
cells/mL, HE# 13 T25 AT AARRE 75

d) ZAHMNETFANN, AU (R HRR
2] XARRESBONA R AAC AT LLE £217)
BRI AR KB IR A, SRS R A T )
EVERENHTI T25 R F- b 4k 88 9%

ERFEM:

a) ZAMTERBOVEUR, H5R. AANEER
RIGAIE RSB RTEE.

b) BHRERFERET, FOERFURERES
AR IR .

c) FBSIMLiF i 56 C In#k 30 734, ARG AMAEFI
IR RN TE - A IPNE 2/ 6 o8 SES I
R A .
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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. ARIGLIKREE (Conc.01) N 15 ng/mL, 4 fHEAERFE, Conc.01-

Conc.09 43 HHEAi7E B2-B10, B11 A 0 iRk, FEIAN 100 uL PBS, LABH 1L FLZEK .

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) IR

a) SZYGHT 16-24 h, ¥ aAPC(OKT3) PDL1 CHO-K1 Cell Line MI#F#IAEUH, W1k
ELD RN TVE , I s e i IR L ER AN, AN AR s J0f it L R RASE
SRR IRV MIR N 1 < 105 cells/mL.  DAFEFEIN 100 pL i/ FL &2 E]fL. &
FEl A FLAN 100 WL PBS. % ARk, THEAE i E S w e .

b) SZIGHT 1-2 h, E.0U4E H_PD-1 Reporter Jurkat Cell Line, LA Assay Buffer 524l
M, THEYE RS M 7, i@ MIn Assay Buffer 7, VA4 ik BT 5] 2 <106
cells/mL, T-948 85 & 5 HH o

c) M LANTCE 96 LV RAR & HUARRE .

d) SMFGTE, 117 (i B2-B10) .

e) HEREHI

ERL Y i il BER Hic B 7
Anti-PDL1 2.8 mg/mL 0.28 mg/mL i 2 uL £ + 18 uL Assay Buffer
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f) 96 fLVIEMHT, N Assay Buffer, &AL N3, 41 B2 fLINA 65.5 L Assay
Buffer, B2-B11 L, M 55 uL Assay Buffer.
9)  HUA FEHAFR BRI SRR, N BIEE — AR EERBE L (i B2 i 7.86 pL

Anti-PDLL) , B2,

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

h)  MEE—ANBAFERFESL B2 HIRIL 18.3 uL, MIAZFIZE —ANBAEMREAL B3, 7/riRS)

) DA, EHEE 9 MERERBIL (B10) .

) KDIR a #EUFY aAPC(OKT3) PDL1 CHO-K1 Cell Line #HifIFLARELH, W3F 95
ul i, BALINA 50 uL 253 b #E 4% 47 (1) H_PD-1 Reporter Jurkat Cell Line 41/i,
PRSI0 50 pL B MBI BLAR, RAEIEE 16 h.

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

2) REEERN
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) WIFS R

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. 3IF4s
CT BB AT 57 5294 B2 R BE JR IR B2 1 4 B s 2 1)
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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) ENFIPESTA, Human IgG4 Isotype Antibody (150 kDa; LR f&E#x N 19G

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

3 f bk EHiRE, Conc.01-Conc.09 437 HEAi7E B2-B10, B11 Jy 0 ¥EXTH. FRIA 100 uL

PBS, ARl fLA % . FLBGHA I

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
3.33 111 37037 12346  41.15
Pembrolizumab PBS PBS
pg/mL | pg/mL | pg/mL  pg/mL  ng/mL  ng/mL | ng/mL
IgG Antibody PBS PBS
PBS PBS
1) InkeB IR
a) SZIGHT 16-24 h, ¥ aAPC(OKT3) PDL1 CHO-K1 Cell Line MIEF#HELH, 1k
ELUSCEAIDTE, IS e i R A R A, RIS ot B, R
SR IRV IIRE N 1 < 10° cells/mL.  PAHEFEIN 100 uL 4HHE/FLZE a1 L. J&
FEl A ALI0 100 uL PBS. 5 bR, T0EAE i & w8 .
b) SZIGHT 1-2 h, .0 H_PD-1 Reporter Jurkat Cell Line, LA Assay Buffer 524
W, AR R K% ), @ik kb N Assay Buffer (17720, {RER 4 5] 2 <108
cellssmL, TiAeHiE &R H
c) fEM 1ATEIE 96 FL V AR & HUARRE .
d) &ARRNPUE, fEH—47 (41 B2-B10) .
e) /R
EAN N fifi BRI Wie & 7772
Pembrolizumab 0.77 mg/mL / B AR
IgG Antibody 1 mg/mL / A AR

THEY AR (i) AIRA

AR SRS, AR T RT

Genomeditech (Shanghai) Co.,Ltd
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f) 96 fLVIJEMHH, A Assay Buffer, &fLIAFRILTF, 1 B2 fLINA 76 uL Assay
Buffer, B2-B11 L, M 55 uL Assay Buffer.
9)  HUA FEAFR BRI SRR, IR S — AN EERREALT (B2 N 6.5 pL

Pembrolizumab) , V&%

A UEN

| BOIRRREAL, UM BIALIEL 27,5 uL, 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

J/IN
y

h)  MEE—/NBREERREAL B2 FHURHL 27.5 pL, I ZABEEERRAL B3, AR

i) DLMGEHE, HEEZ 9 MEAEMBEAL (B1O)

i) PR a eI aAPC(OKT3) PDL1 CHO-K1 Cell Line 4HAIFLAREHE, Wi# 90
uL B3, BFLIIA 50 uL 2B 3% b #E & 471" H_PD-1 Reporter Jurkat Cell Line 41,
FHEEALIN 50 pL BREERRERIPUAR, RIS 7h.

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

2) MEZERRHN
SRR ILE R

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

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

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. JouF4s 3
CT BIXTPUAR AT 7 B B AN B R B e 50 ) 41D
AR (B HRAR Genomeditech (Shanghai) Co.,Ltd
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+. fEAAE (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) N 15 ug/mL, 4

{516 B #FE, Conc.01-Conc.09 4 HIHEA 7E B2-B10. J& >4 100 uL PBS, LARjILIIFLE K

w

FUARAT S «
1 2 3 4 5 6 7 8 9 10 11
) ) 3.75 9375 | 23438  58.59 14.65 3.66 91553  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) JFEPER
a) FESZIOHT 1-2h, BOUEE 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 [{)J5 2\, 1% H_PD-1 Reporter Jurkat Cell Line ZH g i &}y 4 <106
cellssmL, % H_PD-L1 Raji Cell Line il &N 8 x10° cells/mL. #4496
AU, PIRRAE I LALHERS N 25 pL 40 R/l 2= WA FUBR R 10 AS4L. A EHLm 100
uL PBS. WWHEFHHIEE R
b) EFITEIE 96 FL V RARME R 2R -
¢) XTARUFES, 47 (B 4T, FEE N UG 6 NP .
d) A Assay Buffer, #fLIAF L F3£. L Anti-PDL1 A, 40 B2 fLA A 35.9
uL 1 Assay buffer, B3-B11 A 27.5 uL i Assay Buffer.

e) BHARCE

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !
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i 4R fift B [ WARFS
Anti-PDL1 2.8 mg/mL / BT AR
SEE 0.4 mg/mL 0.004 mg/mL 2 pL fifi#i+198 uL Assay Buffer
) I FERR RIS BRI BEE — MR R REAL T (1 B2) .
BB | BOREREETL, HCUCMRITLIRIN 9.2 pL, IIAIKIL | xpL |
1 2 3 4 5 6 7 8 9 10
0.8 uL 27.5 275 275 275 275 275
Anti-PDL1 pL pL uL uL uL
g) & B2fLH I 0.8 uL ) Anti-PDLL Hifk, BAI. XFARMKERDUA, HFLN0

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

h)y LASEHE, B % B10fL, BL1 ALK IIXTIE,

i) KDIE a WESIFH H_PD-L1 Raji Cell Line 4HAFLAREL Y, FEFLIN 25 pL B Mk
PPLik, §EE 30 min.

j)  BCE 5 ng/mL ) SEE (4 x PG « HL 2.75 uL ) 0.004 mg/mL SEE, JIAZ|
550 uL Assay Buffer #1, ¥2%].

K) B0 a vERIFH H_PD-1 Reporter Jurkat Cell Line 4B fLARE H, AE4LI0 25 uL
IR BCE U SEE, ¥ F 30 min.

) 30min /&, {#HHFHKESTE I H_PD-1 Reporter Jurkat Cell Line 1 H_PD-L1 Raji
Cell Line /R &9 A (50 uL+50 pL)

m) & BRI, T 37C CO, BigRfaHh % 16 h.

n) A GMOne-Step fix 15 ZE Rk M, Al Luciferase.

) REEERN
SRS BRI G B 45
H_PD-1 PDL1 Reporter Blockade 0 pg/mL 15 pg/mL 228.88 pg/mL

Assay 3234 26710 3318

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
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3) WIFS R

H_PD-1 Reporter Jurkat Cell Line 1 x 10° cells/well
H PD-L1 Raji Cell Line 2 x 10 cells/well

30000+
o
=
(o
= 20000+
3
=
S
)
E 10000+
=
5 +5 ng/mL SEE
0 r : .
-4 2 0 )
Log;lanti-PDLI1] (ug/mL)
H PD-1PDL1 Assay
EC50 | 0.09857
H_PD-1 Reporter Jurkat Cell Line 1 * 10° cells/well
30000«  H_PD-L1 Raji Cell Lineo 2 x 10* cells/well
=)
=
=~ 20000+
S
=
bt
A
2 10000+
=
:l +5 ng/mL SEE
0 r . r .
-4 -2 0 2 4

Log,glanti-PDL1] (nM)

H PD-1 PDLI Assay
EC50 | 0.6571

Fig 4. {#/ H_PD-1 Reporter Jurkat Cell Line 1 H_PD-L1 Raji Cell Line, ;i Anti-PDL1 H45 R4
CT B 2 AT I 58 P58 R B R A J3E 1 i B ) &)

FAERE (Bl HIRAT Genomeditech (Shanghai) Co.,Ltd
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2. DIRERESE——Anti-PD-1

AS2EAd ] 1 <108 cells/Well ¥ H_PD-1 Reporter Jurkat Cell Line F1 2 <10 cells/Well [f]
H_PD-L1 Raji Cell Line (354 )ik 47525 .

A 928 ff F Anti-PD1 hlgG4 Antibody(Pembrolizumab) ( 150 kDa; PL N & #x A
Pembrolizumab) £ A P25, Human IgG Antibody (150 kDa; LA T f&#5ly IgG Antibody )
YERNBAHEXTHE, L Pembrolizumab 91, 4G4 & (Conc.01)49 50 pg/mL, 4 556,
Conc.01-Conc.09 73 Al #EAi £ B2-B10. JAHI Yy 100 uL PBS, AR IEAALAE K . FLRAG )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 &}y 4 <106
cells/mL, A% H_PD-L1 Raji Cell Line ik % 7 8 x10° cells/mL. #E%&H> 96
fL#, H_PD-1 Reporter Jurkat Cell Line 40 fig LLHEFE IR 25 pL i /L2 e 20 4
fL, H_PD-L1 Raji Cell Line ZHif1 AHEFEIN 25 pL A/ SLZE 53— 4> 96 FLAR I [A]
20 MfL. FAREIRIFLIN 100 L PBS. W AP & £ H .

b) EFITEIE 96 FL V RARME R 2R -

c) ATRENEES, MH—4T B AT, HEE A LU 6 M) .

d) JnA Assay Buffer, SfLIAFINL FZE. L Pembrolizumab A, 1 B2 fLHINIA

27.2 uL 1) Assay buffer, B3-B11 I\ 27.5 uL ] Assay Buffer.

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
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e) BHRRCE
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 f#¥%+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 LA 9.5uL ) Pembrolizumab, JB%). X ARIKERBUE, EILIMA
PRI, EALE BB E A F, P UAE A AR AT 5250

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

i) BDIE a HEAIFH) H_PD-1 Reporter Jurkat Cell Line 400 fLARE H, AEFLI0 25 uL
BhEERBEII TR, % E 30 min.

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

K) BB a R IFH) H_PD-L1 Raji Cell Line 4o FUMELH, LN 25 uL 038 j i
HUF ) SEE, #FE 30 min.

) 30min &, {8 HHAHCK S 1409 H_PD-1 Reporter Jurkat Cell Line A1 H_PD-L1 Raji
Cell Line J8 & H (50 uL+50 pl)

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

n) 8 H GMOne-step i # F: RS, Kl Luciferase.

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
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) REEELN
S AR R R B
H_PD-1 PDL1 Reporter Blockade 0 pg/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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J\v AT (PD-1 B3h5)
1. ZhECRIESER

AS2EAd ] 1 <108 cells/Well ¥ H_PD-1 Reporter Jurkat Cell Line £ 1 <10 cells/Well [f]
H_CD32B aAPC CHO-K1 Cell Line #1725 .

A Sz6{§ F Anti-PD1 hlgG1 Antibody(Rosnilimab) (£] 150 kDa; f#i#% Rosnilimab) . Anti-
PD1 hlgG1 Antibody(peresolimab) (£ 150 kDa; f##x Peresolimab) . Anti-PD1 hlgG4 Reference
Antibody (Pembio) (Z] 150kDa; f&#Fx Pembrolizumab) {EABH:25%), Human IgG Antibody

(150 kDa; T##% 1gG Antibody) 1EAMIPEXTIE, 254 ih 2494 FE (Conc.01) 4 30 pg/mL, 4 fi%
BhEFRRE, Conc.01-Conc.09 43 5l HEA7E B2-B10, C2-C10. D2-D10. E2-E10, B1l. Cl1,

D11. E11. FEIN 100 uL PBS, LABG1EIIFLEE K . LA )
1 2 3 4 5 6 7 8 9 10 11 12

PBS
L 30.00 7.50 1.88 468.75 | 117.19  29.30 7.32 1.83 457.76
Rosnilimab PBS ‘ ‘ 0 PBS
pg/mL | pg/mL  pg/mL | ng/mL | ng/mL ng/mL ng/mL | ng/mL pg/mL
Peresolimab PBS PBS
Pembrolizumab | PBS PBS
1gG Antibody PBS PBS

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) InkeP IR
a) SEIGTT 16-24 h, ¥ H_CD32B aAPC CHO-K1 Cell Line M\ F8 P BUHY, WAL E O
WA TUE, (GBS e A E B, A4S 1 F i, L ss
FEILIAFE QM E Ny 1 <105 cells/mL.  VAHEAE I 100 pL 40 /L2 ialfL. & P
FLI 100 pL PBS. 5 EAfas, TOAE i Al g .
b) AEFCE 96 4L V M & 24 F R .
¢)  FAMFIEES S —4T (1 B2-B10. C2-C10. D2-D10. E2-E101T) .

d) BHAEACE

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
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LY RN it B fic & 7%
Rosnilimab 6.04 mg/mL / ELREAE AR
Peresolimab 5.87 mg/mL / HIEE AR
Pembrolizumab 17 mg/mL / ELEAE AR
IgG Antibody 2 mg/mL / R HAER

e) 96 fL V LB, A Assay Buffer, %LU T3, B2 .« C2. D2. E2 L)
SN 80 uL f¥) Assay buffer, B3-B11. C3-C11. D3-D11. E3-E11 L35I 60
uL [ Assay Buffer.

) IR AR IURE S B, INANE S — DB M RAL T (41 B2, C2. D2.
E2 433N 0.8 uL Rosnilimab. 0.83 uL Peresolimab. 0.28 uL Pembrolizumab.

2.47 uL 1gG Antibody) o

FHGRI | BERERPREAL, HCUCAHIFLII 20 uL, MOAKAL | x|

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

0.8 uL
Rosnilimab

0.83 uL
Peresolimab

0.28 uL
Pembrolizumab

2.47 uL 19G
Antibody

9) M ABREMESL B2, C2. D2. E2 Hopli 20 uL, AAZIEE “ANEREER
fl B3, C3. D3. E3 ', #4RA.

h)y DAUREHE, B 9 MEEEMEIL (B10. C10. D10. E10) .

i) SEEORET 1-2 h, ES0UEE H_PD-1 Reporter Jurkat Cell Line, LA Assay Buffer Z.84f
ML, H LR R K g, BN Assay Buffer 77, R AR EE R 2 <
108 cells/mL, FWs A8 i & ¢ H o

i) PR a #ES LT H_CD32B aAPC CHO-K1 Cell Line ZHffFLEECHY, "3 Fif

100 pL; ARADER h #E 5 b FBREERRE, AF4L 50 uL, ¥ 1ho

TR (B HIRAR Genomeditech (Shanghai) Co.,Ltd
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k) 1hEHEUHRSLA, RS ER | #4517 H_PD-1 Reporter Jurkat Cell Line #fiffl,

£34L 50 pL.

) & RIS, T 37T CO. #HFMHTEEIFE 6 h.

m) A8 AR A R EGRAEI,  AE I Luciferase.

2) R

SR R DA I 5

0 pg/mL 30 pg/mL | 457.76 pg/mL
H_PD-1 Reporter Jurkat Cell Line + H_CD32B
. . 14504 1468 13793
aAPC CHO-K1 Cell Line + Rosnilimab
H_PD-1 Reporter Jurkat Cell Line + H_CD32B
. ) 14430 1713 11765
aAPC CHO-K1 Cell Line + Peresolimab
H_PD-1 Reporter Jurkat Cell Line + H_CD32B
) . 13603 6597 11033
aAPC CHO-K1 Cell Line + Pembrolizumab
H_PD-1 Reporter Jurkat Cell Line + H_CD32B
) . 14662 15450 11240
aAPC CHO-K1 Cell Line + IgG Antibody
3) WHEHAR
H_PD-1 Reporter Jurkat Cell Line
H_CD32B aAPC CHO-K1 Cell Line
1.8x104 1C50
- -©- Rosnilimab 0.03140
5 ® -4 Peresolimab 0.01836
% 1.2x1044 Pembrolizumab  0.005601
E -& IgG Antibody
E 6x1034
E
=
=
'] L} L} 1
4 -2 0 2
Logg[Sample] (pg/mL )
H PD-1 Reporter Jurkat Cell Line
H CD32B aAPC CHO-K1 Cell Line
1.8x10%+ IC50
—_ -0~ Rosnilimab 0.2093
5 -4 Peresolimab 0.1224
% 1.2x1044 Pembrolizumab  0.03734
E -& TgG Antibody
.é 6x1034
E
=
=
0 T T T 1
-4 2 0 2 4

Logp[Sample] (nM )

Fig 6. IiF£5 R
C LR 2P AT 0 o AR 32 R B ZR VAR P P 38 B8 5 44 1) D

THEY AR (i) AIRA

AAT] PRI IE, PR T A RIRT
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Pt 1 WARIES R

Fold

Normalized To Mode

SamplelD

Geometric Mean : R660-H

0] | Jurkat anti-PD1+APC-2nd Ab 955
BP0 Feporer st an P01 APG 200 s
’ ’ R16060-H :::)PC-H ’ "’
Fig 7. isCIRiE4h
s 2 TR ERHIE
H _PD-1 Reporter Jurkat Cell Line
109 3 APC(OKT3) PDL1 CHO-K1 Cell Line EC50
8- ©- CP4 0.08594
ad ° & Cri4 0.08637
6 //b CP24 0.09207
4
2-
0 L] | | 1
-4 -2 0 2

Logo[Anti-PDL1] (ng/mL)

Fig 8. fa g MG F 45 5 (f# ] GM-31740AB: Anti-H_CD274(PDL1) higG1

Antibody(Atezolizumab) 4 iiF)
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FESRT= dh

PD-1:PD-L1(B7-H1):PDL2

Mouse PDL1 KO MC38 Cell Line

H PDCDILG2(PDL2) aAPC CHO-K1 Cell Line
Mouse PD-1 Reporter Jurkat Cell Line
Cynomolgus PD1 CHO-K1 Cell Line
H_CD274(PD-L1) MC38 Cell Line
H_PDCDILG2(PDL2) CHO-K1 Cell Line

H PDL1 LLCl(mouse PDLI1 KO) Cell Line

H PDL1 MC38(mouse PDL1 KO) Cell Line
M_PDCDI1(PD-1) CHO-K1 Cell Line

Anti-Canine_ PD1 mlIgG2a Antibody(4F12-E6)

Anti-H PDCD1(PD1) hIigG1 Antibody(Budigalimab)
Anti-mouse PD1 RIgG2a Antibody(RMP1-14)
Anti-Mouse PD1 mIgG1 Antibody(29F.1A12)
Anti-PD1 hlgG4 Antibody(Pembrolizumab)
Anti-PD1 hlgG4 Reference Antibody (Pembio)
Anti-PD-1 hlgG4 Reference Antibody (Torbio)
Anti-PD-1 hlgG4 Reference Antibody(Tislbio)
Anti-PDL1 hlgG4 Reference Antibody(Adebio)
Biotinylated Human PD1 Protein; His-Avi Tag
Canine PD1 Protein; hFc Tag

Human PD1 Protein; His Tag

Mouse PDL1 Protein; His Tag

fE VPR i -

aAPC(OKT3) PDL1 CHO-K1 Cell Line
Mouse PDL1 aAPC CHO-K1 Cell Line
Canine PD-1 HEK-293 Cell Line
H_CD274(PD-L1) CHO-K1 Cell Line
H_PDCDI1(PD-1) CHO-K1 Cell Line
H_PD-L1 HEK-293 Cell Line

H PDL1 LLCI(mouse PDL1 KO) Cell Line
H_PD-L1 Raji Cell Line

Anti-H_CD274(PDL1) higG1
Antibody(Atezolizumab)

Anti-H PDCD1LG2 mIgG1 Antibody(3G2)
Anti-mouse PD-L1 mlIgG1 Antibody(10F.9G2)
Anti-mouse PD1 mlIgG1 Antibody(RMP1-14)
Anti-PD1 hlgG4 Reference Antibody (Nivbio)
Anti-PD1 hlgG4 Reference Antibody (Sintbio)
Anti-PD1 hlgG4 Reference Antibody(Cambio)
Anti-PD-L1 hlgG1 Reference Antibody(Avebio)
Anti-PD-L2 hIgG1 Antibody(Hz25G4-1.1)
Biotinylated Human PDL1 Protein; His-Avi Tag
Cynomolgus PDL1 Protein; His Tag

Human PDL1 Protein; His Tag

i AR FLF AT AR T R S L AT EELE AU AT RO VR BORORIRE T 4 R AT

N FHAEYR R E VIR, AR, AL WIS R AR BT A AL

BT AR VE AT T 2 8], VPRl 7 AN fe v MR T B R . BOFRI TS5, AR,

By A DAL T R RTA R AR e st i s L AT BRI, BRRE. R EE

AR m) SR =TT AR T ANV T N RIWE IS H BT A

TEMIE S 2% B AN R AL

THEY AR (L) AIRAF
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https://www.genomeditech.com/cell-line/Mouse_PDL1-KO-MC38-Cell-Line
https://www.genomeditech.com/cell-line/aAPC-OKT3-PDL1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_PDCD1LG2-PDL2-aAPC-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Mouse-PDL1-aAPC-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_PD-1-Reporter-Jurkat-Cell-Line
https://www.genomeditech.com/cell-line/Canine_PD-1-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_PD1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD274-PD-L1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD274-PD-L1-MC38-Cell-Line
https://www.genomeditech.com/cell-line/H_PDCD1-PD-1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_PDCD1LG2-PDL2-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_PD-L1-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_PDL1-LLC1%28mouse_PDL1-KO%29-Cell-Line
https://www.genomeditech.com/cell-line/H_PDL1-LLC1-mouse_PDL1-KO-Cell-Line
https://www.genomeditech.com/cell-line/H_PDL1-MC38-mouse-PDL1-KO-Cell-Line
https://www.genomeditech.com/cell-line/H_PD-L1-Raji-Cell-Line
https://www.genomeditech.com/cell-line/M_PDCD1-PD-1-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-Canine_PD1-mIgG2a-Antibody-4F12-E6
https://www.genomeditech.com/antibody/Anti-H_CD274-PDL1-hIgG1-Antibody-Atezolizumab
https://www.genomeditech.com/antibody/Anti-H_CD274-PDL1-hIgG1-Antibody-Atezolizumab
https://www.genomeditech.com/antibody/Anti-H_PDCD1-PD1-hIgG1-Antibody-Budigalimab
https://www.genomeditech.com/antibody/Anti-H_PDCD1LG2-mIgG1-Antibody-3G2
https://www.genomeditech.com/antibody/Anti-mouse-PD1-RIgG2a-Antibody-RMP1-14
https://www.genomeditech.com/antibody/Anti-Mouse-PD-L1-mIgG1-Antibody-10F.9G2
https://www.genomeditech.com/antibody/Anti-Mouse-PD1-mIgG1-Antibody-29F.1A12
https://www.genomeditech.com/antibody/Anti-Mouse_PD1-mIgG1-Antibody
https://www.genomeditech.com/antibody/Anti-PD1-hIgG4-Antibody-Pembrolizumab
https://www.genomeditech.com/antibody/Anti-PD1-hIgG4-Reference-Antibody-Nivbio
https://www.genomeditech.com/antibody/Anti-PD1-hIgG4-Reference-Antibody-Pembio
https://www.genomeditech.com/antibody/Anti-PD1-hIgG4-Reference-Antibody-Sintbio
https://www.genomeditech.com/antibody/Anti-PD-1-hIgG4-Reference-Antibody-Torbio
https://www.genomeditech.com/antibody/Anti-PD1-hIgG4-Reference-Antibody-Cambio
https://www.genomeditech.com/antibody/Anti-PD-1-hIgG4-Reference-Antibody-Tislbio
https://www.genomeditech.com/antibody/Anti-PD-L1-hIgG1-Reference-Antibody-Avebio
https://www.genomeditech.com/antibody/Anti-PDL1-hIgG4-Reference-Antibody-Adebio
https://www.genomeditech.com/antibody/Anti-PD-L2-hIgG1-Antibody-Hz25G4-1.1
https://www.genomeditech.com/protein/Biotinylated-Human-PD1-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Biotinylated-Human-PDL1-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Canine-PD1-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Cynomolgus-PDL1-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-PD1-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-PDL1-Protein;-His-Tag
https://www.genomeditech.com/protein/Mouse-PDL1-Protein;-His-Tag

