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1. BRER

Programmed Cell Death Protein 1 (PD-1), —F7E¥iG 1 T 4 bRIAM 24k, HHE A
PD-L1 A PD-L2 454, fuMETi RN . PD-1 FAATEAE T KL H@iEH, PD-1:PD-L1/2
FHEAE R 3] T 400G, (R 40 ks s Al . PD1/PDLL {5 5 % Tl 2 g
S LA 1 B BLLE PGS A, R DA T bR E A F M, 38 e R A T G e B2, AN TR S
IR G e ki . 5 BFTIR, PD1 Y5 PDLL &5 T LARES T A/ S0 S b, 3%
MRS, FE ST 4NAIETS. PD1/PDLY FMHIF AT RER TR T AR Sl A
M PE T 4HNRIEE IS IE B A B T IR 5 S UM S M. PD-1:PD-L1/2 %L S 51
TS PR, AR LR BSOS 2 RE AR 2 R . RTT . JRIEA | BRE
PRI A A S AR T FE

CTLA-4, 3(FKCD152, 2 FhESIEMER I, RS CD28 Sedf MEh el &Pt 240 1
CD80 (B7-1) #1CD86 (B7-2) HH, MSEIAL AN, AN T HMMEGER “RH” IFx,
X CTLAA I35 Ipilimumab J2 55— AN o F T 28 60 300 58 1) S A 2 ) 2400

IGPRRTZH A LR R W, A BHLIT CTLA-4 1 PD-1 {5 5l % T ZE K B16 B4 (6 FR AU Al
K7M2 B RV AR L (R 3 043 ] [R) T B (s I AR BELIBT CTLA-4 B PD-1 TURCR A IR
MAEIRK ., PD-1/L1 5 CTLA4 (IFTIRA &y ikt Ol e N, FLAE 2015 4,
Nivolimab+Ipilimumab (B 77 RIS SE 3R 3% [H FDA fitiflihyr M ERE, SOy ERE A Ll
X 1-0 G TR, BLJE XA ZAERESA CEE. e Ra B .

2. @A

BHE AP PDL1/CD80&CD86 aAPC Cells #i 75 HE[K|4H )1, ¥ PDL1. CD80 1 CD86 — it
Fy7E 3 CHO 4HfE I, Fa 52 %1k A PDL1(Programmed Cell Death 1 Ligand 1, CD274, B7 homolog 1
(B7-H1), GenBank accession #NM_014143). CD80(B7-1). CD86(B7-2).

A 7 3 DR 4 A Y AT AR G F) B i 7374 P st 8 B /0N PR A S P 0 B S T 458
TEIE, OBl 24 iz N T IR g A s v R g, T 29mtR . e RE
HEAT HRA R L

PD1&CTLA4 ikt 5k A G BE A RUAR B (FURLADL 1 /KA PDI&CTLAA (15 S8 il fe, JRHA
Kl 3 s
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PD-L1/CD80&CD86 aAPC Cell PD-1/CTLA4 Dual Effector Reporter Cell

A

} Antibody
=

Anti-PD1

PD-L1/CD80&CD86 aAPC Cell PD-1/CTLA4 Dual Effector Reporter Cell

Kl 3: PD1&CTLA4 4 o Fi 7y Ji 34t [

3. HREFER

FIEHEA: PDL, CD8O,CD86

% 4 : Programmed cell death 1, PDCD1, PD-1, PD1, SLEB2, CD279, WUCAM, Vstm3, VSIG9,
Poliovirus receptor, Nectin-like protein 5,87-1,B7-2

AR FEHL: RPMI-1640+10%FBS+1ug/ml puromycin+800ug/ml hygromycin

YN VRAF-: 90% FBS+10% DMSO

M. &iF

SCIE AN B

FasgEtE: 32 A0 (CEAIMNREE R, ARl 32 AL AR E)

TRAF 6 WA RAT

JSLHT: 47K T PD1&CTLAA 5 5 A 5 AR 3R 771 At o) 70 P 5 MR AS I 7l P T v s 8

QC AT
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4. ERMNEFRAFIFEM

Ry fit i )
PDL1/CD80&CD86 aAPC Cells 5845 7 3% Cobioer CBP74151M
L R A Cobioer CBP50089
PD1/CTLA4 Dual Effector Reporter Cell 4 /il Cobioer CBP74150
Anti-PD1 mAb Cobioer CBP74018A
Anti-CTLA4 mAb Cobioer CBP74084A
Ultra Luciferase Detection Kit Cobioer CBPH0001
96 Well Assay Plate (White Plate, Clear Bottom with | Costar 3610

Lid Tissue Culture Treated Polystyrene 1/Pack)

Synergy H1 % T REBGHRAX Biotek /

5. {MpEEFF

5.1 AAE 5

1) fE 37°C KP4y 60 F. — HAUMIMEYR (ATRELL 60 FPAHDREANIE) |
PROFRE R A7 T RN AT 10 mI TiiF4 PDL1/CD80&CD86 aAPC Cells 56 15 77 F: 11
15ml BELEH.

2) 1000 . 5 ZpEPECLANN, BREFFREIPHAMEST 5 ml B g TR

3) ARG S FE#) 3-6 x 105 cells/ml, I T25 B389, N 37°C. 5% CO2 Biiefhth.

5.2 R4

1-2 REVHMER TR, 2% KT 1x 108 cells/ml B, i A2 I AR AR B AN I ek 52 4 B
FREE. RTINS EEAE 1x 105 - 1x 106 cells/ml Z.[8] .
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5.3 G

HY 4-8x10° 4 550 J5 35 B3 . N Amil 40 B4 A7 7 (90% FBS+10%DMSO), WFT¥%], n
NG RIS o SERVRONGE B4 778 (Nalgene 5100-0001) , bn5 AR R ZI R4k, Ji-80°C
UKFE . 24 /NSRRI E R A T KR

6. YHpRSEILARIE

6.1 PD1&CTLA4 Blockade Assay

PD1&CTLA4 Blockade Assay Hi #i 75 41l it PD1/CTLA4 Dual Effector Reporter Cell , Cat.
#CBP74150 41 i FI#E 4 ffl PDL1/CD80&CD86 aAPC Cells, Cat. #CBP74151 Ziflfic i Ffg, Ak
¥+ & ] Anti-PD1 mAb, Cat.#CBP74018A fil Anti-CTLA4 mAb, Cat.#CBP74084A 1E NIRFEA,
X AR I A ) D REaEAT SR UE (FRAT 123 SR UE T 5 Anti-PD1 mAb 1F H | B8 Anti-CTLA4 mAb

£ FH A1 Anti-PD1 mAb. Anti-CTLA4 mAb JE4EFH (45 5) .

PD1/CTLA4 Dual Effector Reporter Cell PDL1/CD80&CD86 aAPC Cells Reagent
i Antibody =
& i\ . —
‘N b= A @%
- y= =4
SV T %fb

! ! ; Read on plate-reading
luminometer

P 4: PD1&CTLA4 Blockade Assay JitF 7 & &
1) B 4K () PD1/CTLA4 Dual Effector Reporter Cell U5 0% FiE, BB T Hm &
10%FBS [¥] RPMI1640 5573k, 4 5 B (R 4H 0 2% 2 1 504 2x10° cells/ml.
2) CHEBMNRER B REE R 96 FLANME TR T, 40 ul/FLANIER
3) & 10%FBS [¥] RPMI1640 5577 XS P AE A HEAT Hh FERRE , IR EERRREIK S*IR L AE
dh (20 ul/AL) FHEF IR 96 FLIRH, JF 5 AMBLE A BB SR A XTI L, 4RSEAE 37°C
AMLEFTRAAHE T E 60 J3fh.  (VERE: FEAN AR BE OB 1 R A B (R R K
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SR R ARG, P B B S ISP S A B, AT AR R, ASBE
e 77 S A A T A IR UE S 36 3 SR A
4)  BUR U4 K1 PDL1/CD80&CD86 aAPC Cells 4 fitd 2500 57 13, HE T B &£ (¥) 10% FBS
(] RPMI1640 577k il 55 8 il 4H i 2% B2 TR B 1x10° cells/ml, SR 5K 4l i A 2D 3% 3

1 96 LA, FFFL 40 ul, B 37°C B FR4E T ka5 9% 5.5 5 6 /NN,

5) 96 FLBM B FRATHHCH, I 100 ul/fL Ultra Luciferase Detection Kit, Cat.#CBPH0001
JE 3 5 ol TEONBEARAC B R

6)  ARABAEANEA IR AL A, FIFH Prism Graphpad #2161 B il S 41 MBI 46
JEHIZE, I SRR EC50,

FUBRHRAR -
A Buffer Buffer Buffer Buffer Buffer Bufer Buffer Buffer Buffer Buffer Buffer Buffer ;:I;e’l
B Buffer [no Antibody | i ff9 Fifes W7 i Fe6 RS 4 i3 W2 FFL Buffer BEHRL
o) Buffer |no Antibody |  Fiff9 e W7 Fiife6 ks W4 3 Fife2 Fifel Buffer | AL
D Buffer  |no Antibody ko Fifks T fitr6 Fifks FiFe4 Fifk3 Wtk Fi Pl Buffer WA A2
E Buffer |no Antibody | #iFE9 HifEs WHT HikEG ks Wit W3 2 HiFEl Buffer | BEHEA
F Buffer [no Antibody |  FfE9 Fifes WR7 ke ks ik FfEs W2 it Buffer TR A1
G Buffer [no Antibody |  F#FF9 s w7 fifre TS L] fafes ) T Buffer | #jikH 42
5t Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer g:;g
Kl 5 96 FLARHEAN E i =0 R
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Dose Response of Blocking Antibodies in PD-1/CTLA4 Dual Effector Reporter Cells (C16) Wth PD-L1/CD80&CDSEE aAPC Cells

300000-
e Ani-PD-1Ab
= Ani-CTLA4 Ab
200000- g A AnliPD-1+AniCILA4 Abs
=2
|
o

a T T 1
-2 0 2

Log[Abs]ug/mi

K 6: PD1&CTLA4 Blockade Assay U iiF 45 5

8. X/~

BN Uaas)

PD1/CTLA4 Dual Effector Reporter Cell CBP74150
PD1-IL2 Pathway Effector Reporter Cell CBP74144
PDL1/aAPC/Raji CBP74145
PDL1/TCR Activator/CHO CBP74066
PDL2/TCR Activator/CHO CBP74065
PDL1/HEK293 CBP74001
PDL1/CHO CBP74032
PDL1/Raji CBP74095
PDL2/CHO CBP74064
PD1/HEK293 CBP74042
PD1/CHO CBP74043
PD1/TIGIT Dual Effector Reporter Cell CBP74126
PDL1/CD80&CD86 aAPC Cells CBP74151
PD1/LAG3 Dual Effector Reporter Cell CBP74147
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PD1/NFAT-Luc/Jurkat CBP74018
PDL1/MHCII APC Cell CBP74146
PD1/41BB Dual Effector Reporter Cell CBP74172
PD1/0X40 Dual Effector Reporter Cell CBP74163
PDL1 aAPC Cell CBP74164
SIRPa/PD-1 Dual Effector Reporter Cell CBP74154
CD47/PD-L1 Dual Target Cell CBP74155
CD80/PDL1/TCR Activator/CHO CBP74129
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