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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
MR G ik, 5 BFTIR, PD1 Y5 PDLY 454 T LAURES T 40/ S i, FESE
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

2. @A

FHE AP HEH PDLL aAPC Cell 4HHIBIAL, K5 PDLL Fl aAPCI — 244 £ 240 |- . PDL1 aAPC
Cell £52 %15 A\ PDL1(Programmed Cell Death 1 Ligand 1, CD274, B7 homolog 1 (B7-H1),
GenBank accession #NM_014143).

A 7 3 DR A A Y W AR G F) B i 7374 P )Pk 8 B /0N PR A S P R0 B S T 458
PEtE, Ol L2 2 N T A ARSI E, X T4k BiEiss).
HERTBAT A 2

PD1&41BB i 1t K 2 #EA AL AR 4 (O LALL 14K PD1&41BB 15 S, Fid 2, J5 B ML
1 e
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PDL1 aAPC Cell PD1/41BB Dual Effector Reporter Cell
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PDL1 aAPC Cell PD1/41BB Dual Effector Reporter Cell

Kl 1: PD1&41BB 4 i A 7Y Ji 74 &
PD1&O0X40 Hi 2 [K 25 B AR Y AR U IO ABE AL, 1R N PD1&OX40 (M5 55 Sid 2, IR #E L

2 Fiimse

PDL1 aAPC Cell PD1/0X40 Dual Effector Reporter Cell

} Antibody
==

PDL1 aAPC Cell PD1/0X40 Dual Effector Reporter Cell

K 2: PD1&OX40 i gAY J& FH K]
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3. HMREXER

RILHEH: POLL

744 : Programmed Cell Death 1 Ligand 1, CD274, B7 homolog 1 (B7-H1)

FEAR IS FEHE: RPMI-1640+10%FBS+1ug/ml puromycin+200ug/ml hygromycin

21 R A7 K: 90% FBS+10% DMSO

M. &iF

SCIE ARSI BAPE

FasgEtE: 32 A0 (CEAMNREE R, ARl 32 AL EARE)D

RIERAT: WARRAF

RLF: 47T PD1&41BB B PD1&OXA0 {554 3 ¥ 71 sl bl 77 ARt A A, 1

it & i % B QC AT

4. FENEFRAFFES

BN st JE )

PDL1 aAPC Cell 58 215775 Cobioer CBP74164M
YR AT Cobioer CBP50089
PD1/41BB Dual Effector Reporter Cell 41} Cobioer CBP74172
PD1/0X40 Dual Effector Reporter Cell 4f iz Cobioer CBP74163
Anti-PD1 mAb Cobioer CBP74018A
Anti-41BB mAb Cobioer CBP74045A
Anti-OX40 mAb Cobioer CBP74017A
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 % DJReBfEFRIX Biotek /
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5.1 AAE 5

1) fF 37°C Kbk k4L 60 B,  — BYUfRfEE (ATRELL 60 FORYPREAEIE) |
POHC R AR R I A0 N 35S 10 ml Fi#A PDLL aAPC Cell 584157731 15 ml &0
B

2) 1000 . 5 SrRPESCANM, BREFFREIPHMMES T 5 ml B SR

3)  HEELN 5 E ) 3-6 x 105 cells/ml, AN T25 8750, AN 37°C. 5% CO2 ¥:7:fhd.

5.2 ZHHAEAR

1-2 RIS 2, BB R T 1x 108 cells/ml I, 185 A I A% ARECHIMIN 37 6 76 4= 15

FEEL, {RERI M B AE 1% 10° - 1x 106 cells/ml 22 [d]

5.3 JIMIEFF

HY 4-8x108 AU B 00 J5 35 L35 o N 1ml 40 A7 #(90% FBS+10%DMSO), "XFT3I%5],
NS « SEEVRNGH % /7 & (Nalgene 5100-0001) , IR AR ZI| Lk, -80°C
VKA - 24 /NI JE NG R A 8 i B R K EORAT

6. YHRRSCILARIE

6.1 PD1&41BB Blockade Assay

PD1&41BB Blockade Assay i fit 2 41 it PD1/41BB Dual Effector Reporter Cell , Cat.
#CBP74172 i i A ¥ 40 Jfl PDL1 aAPC Cell, Cat. #CBP74164 4 I Fie % JF &, A 5256 vh 1
Anti-PD1 mAb , Cat.#CBP74018A Fl Anti-41BB mAb , Cat.#CBP74084A #lI Anti-PDL1/41BB
Bispecific 1EAMIRFEAS, ST AR (1 4E 4 Dh R HEAT BOAIE (FATT 43 Sl BHIE T B Anti-PD1 mAb
EF . ¥k Anti-41BB mAb il . Anti-PD1 mAb&Anti-41BB mAb JL4E . Anti-PDL1/41BB

Bispecific /EH 145 ).

e
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1) BUN K PDLL aAPC Cells 41 B0 37 B3, B TR &% 10%FBS [ RPMI1640
BrFR Ak, N E R YH A B R BN 5x10° cells/ml, SRS KA AN 96 FLAN RS TR
EF' ’ %L 40 ul,
2)  SRJE ) RPMIL640 3 77 FE ) i RE A BEAT B BEARRE , INAKH FE M RE ) S* IR EERE Y (20 ul/
fL) BFMIFAIMLE) 96 LA, JF AN E T B RN IRAL, dRZR7E 37°C Ak IR
T 60 0o, ER: FEGIREL LR B U E BRRE T AR B BRI B 5 P B SEB6 5 5K
BERG, BNARYE B & SRS R e B, AT AR SR, B ERRE T R
A FBRATAS IR AUE SR 56 R AR )
3)  HUA I K PD1/41BB Dual Effector Reporter Cell ZHff 25007 B, 8 T B
10% FBS [¥] RPMI1640 5 77 3k oKt 5 (1 4H i 5 2 138 0 2x 108 cells/ml, S8 Ja 4R LA
A YR 3 196 fUh, BESL 40 ul, THCE 37°C B FRA T ARG IR 5.5 B 6 /NI
4) ¥4 96 FLARMEEFEAE FHUH, I 100 ul/fL Ultra Luciferase Detection Kit, Cat.#CBPH0001
JE 3 5l TEONBEARAC B R
5)  ARAEEEAEE LR LN A, FIF Prism Graphpad B 400 FE i X 0 BB B
FEh e, Jf Hk S 1 EC50,
FUARHE A -
A Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer ;:i;;
B Buffer |no Antibody | 9 Hfes W7 ifke Hifes iR Wifs W2 L Buffer ZERA
(% Buffer |no Antibody |  FiFf9 ] MifR7 Hifk6 HitEs FiFE4 Hife3 Mik2 HiFrl Buffer | #ikE 41
D Buffer  [no Antibody |  FiifE9 FEs HHT i fEG ks it k] FifE2 HiFEl Buffer WA A2
E Buffer |no Antibody ffeo ffes W7 itk Fitks fited ffE3 a2 el Buffer LERA
B Buffer |no Antibody | FifF9 Fifes T Fifko s e Fifes L ) el Buffer | MitHEA1
G Buffer |no Antibody #iFE9 Ffes W7 6 s HiFR4 3 2 FfFL Buffer WHRFE A2
H Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer g:;z
Kl 3. 96 FLIRHEAT IR B
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6.2 PD1&0X40 Blockade Assay

PD1&0X40 Blockade Assay H1 i 4 4l fit PD1/0X40 Dual Effector Reporter Cell , Cat.
#CBP74163 ZH i Al 4 41 ffL PDL1 aAPC Cell, Cat. #CBP74164 4 U fic X I &, 7 Szif o i fif
Anti-PD1 mAb , Cat.#CBP74018A Al Anti-OX40 mAb , Cat.#CBP74017A A1 Anti-PDL1/41BB
Bispecific {EAMNAFEA, REABERL ) AW D e E4T 30 00E (FRAT1 43 AB8AIE 1 55 Anti-PD1 mAb
YERT. Bfh Anti-OX40 mAb {F . Anti-PD1 mAb&Anti-OX40 mAb FL{E i . Anti-PDL1/0X40

Bispecific fEFH 45 ). LM S5 6.1 FIERIEMAE.
7. BIER

Dose Response of Blocking Antibodies in PD-1/0X40 Dual Effector Reporter Cells (C22) With PD-L1 aAPC Cells

Anti-PD-1 Ab
Anti-0X40 Ab
Anti-PD-1 + Anti-OX40 Abs
PD-L1/0X40 Bispecific Ab

4 b+ H &

Log[Abs]pg/ml

K 4: PD1&41BB Blockade Assay X iF 45

Dose Response of Blocking Antibodies in PD-1/4-1BB Dual Effector Reporter Cells (C64) With PD-L1 aAPC Cells
50000- v w

-
Iy I

Y v ® Ant-PD-1 Ab
40000 ® Ani-4-1BB Ab
A Ant-PD-1 + Anti-4-BB Abs
> 300004 v PD-L1/4-1BB Bispecific Ab
& 50000-
100004
c T ] 1
-4 -2 0 2

Log[Abs]ug/ml
K] 5: PD1&0X40 Blockade Assay % ilF 45 5

%6 Il
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PD1/41BB Dual Effector Reporter Cell CBP74172
PD1/0X40 Dual Effector Reporter Cell CBP74163
PD1/LAG3 Dual Effector Reporter Cell CBP74147
PD1/NFAT-Luc/Jurkat CBP74018
PD1-IL2 Pathway Effector Reporter Cell CBP74144
PDL1/aAPC/Raji CBP74145
PDL2/TCR Activator/CHO CBP74065
PDL1/HEK293 CBP74001
PDL1/CHO CBP74032
PDL1/Raji CBP74095
PDL2/CHO CBP74064
PD1/HEK293 CBP74042
PD1/CHO CBP74043
PD1/CTLA4 Dual Effector Reporter Cell CBP74150
PDL1/CD80&CD86 aAPC Cells CBP74151
PD1/TIGIT Dual Effector Reporter Cell CBP74126
PDL1/CD155/TCR Activator/CHO CBP74127
PDL1/MHCII APC Cell CBP74146
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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