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EFEE, Anti-PD1#0ANti-CTLAAZR=EAGYRI LT, UREIRK ERBIEAORET, EEMEN
RZIBTIERR T HRED .

EEAERIR—RIINBEATER, —LaEE, B—LENEEMmEIRERM.

XERBERNXREE—LEEETACRERFNLRFNLDIE S F. EH, SI=EEES; TRED
FEARSRESTENRER NSRS TURRME, TS FZEERRBTTARED, KEPTERR
TER AL o

MERE AT PRESXKIERERBPD-1. PD-L1. CTLA-4, 4-1BB. TIM3. LAG3%. A5fEZ
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. PD-L1 4-1BB
OX-40 cD27 cD28
CD40 CD8o GITR

DheeEl: EEREARERATBMERRTE, Is5IABMBEYEENE

JEINRELHARZR

PD-1 PD-L1
CTLA4
(Hu, M, Cyno ) (Hu, M, Cyno) (Hu, M, Cyno)
PD-L2 4-1BB TIGIT
(Hu, M, Cyno) (Hu, M, Cyno) (Hu, M, Cyno)
Tim3 VISTA
Lag3
(H?J) (Hu, Cyno) (Hu, M, Cyno)
HVEM
0OX-40 OX-40L
(Hu) (Hu) (Hu, M, Cyno)
CD155 B7-H2 B7-H3
(Hu, M, Cyno) (Hu) (Hu)
B7-H4 BTLA CD200 R1
(Hu) (Hu) (Hu)
CD27 CD40
CD38
(Hu) (Hu, M) (Hu)
CD47 CD80 CD86
(Hu, M, Cyno) (Hu) (Hu)
CD112 CD160 CD16a
(Hu) (Hu) (Hu)
CD32b ITGAE/CD103 GITR
(Hu) (Hu) (Hu)
ICOS KIR FLT3
(Hu) (Hu) (Hu, M, Cyno)
SIRP Alpha SIRP Gamma
(Hu) (Hu)
#i¥: Hu: Human; M. Mouse; Cyno: Cynomolgus
JEThEEEY . ENERRERATIARER, EnEEXA=HE%R, FE5lETHESEER.
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2) EMEaTT AR (Functional Assay )
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3) R FESLE (Binding Assay )
4) EARRIR, REHY

1-H
CHO-KUPD + 10 pg/mi Keytruda 74.8
CHO-K1/PD1 + 2 pa/mil Keyiruda 54,5
CHO-K1PD + 0.4 pg'mi Keytruda 20.2
CHO-KUPD » 0,08 pgiml Keytruda B.64
CHO-K1PD1 + 0.018 pgiml Keyineda 345
CHO-KUPD * 0.0032 podmi Keylruda 2.84
CHO-K1PD_3nd Ab control amn
CHO-KUPD Blank contral 268

FACS £1TCHO-K1/PD13FTIREIREME R FPD 1RIFRIA

4000 1
3000 o

3 2000 4
o<

0
PD-1 Target Cells + + + +
GS-C2 Negative Cells + - - -

PD-L1 Target Cells

- + + +

PD-1 Ab _ - + -
PD-L1Ab  _ _ ~ +
CTLA-4Ab  _ - - -
Human IgG Ab - - - -

Eventl.
“TCR activator” on the target cells binding to TCR on PD-1
effector cells results in luciferase expression.

Event2.
Luciferase expression is reduced when PD-1 on effector cells

binds to PD-L1 on target cells.

Event3.

Testing antibody added to mixture of PD-L1 target cells and
PD-1 effector cells blocks the interaction of PD-1 and PD-L1
which results in recovery of luciferase expression.

PD-1/PD-L1 Functional Assay



©

S

o
N~

ERAERAXER

B
2R ME (PD-1, His, Human (Z03424))

L & Detector AChannel 1 280nm
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min

PD-1, His, Human (Z03424) §FBSEC-HPLC&ZEE>98%

fORFSEMEARUZEAE (OX40/TNFRSF4, His, Human (Z03438) )

—e— 0X40 His (B60061704)
—— 0X40 His (B60141708)

0D (450 nM)

T T T 1
0 100 200 300 400
Biotin-0X40L His-Human (ng/ml)

B#HOX40 His, human 2 ug/mL (100 u L/iwell), 5Biotin—-OX40L His, Human &% E91.22-19.53 ng/mL
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PD-L1, Human (Z03371) 5CHO-K1/PD1 Stable Cell Line (M00529)4&&3£58

GenScript HPDL/Fc

Sample Name

w0 yg/mli
0.002 ug/ml
0.005 ug/ml
0.014 ug/ml
0.041 ug/ml
0.123 ug/ml
0.370 ug/ml
1.111ug/ml
3.333 ug/ml
10 ug/ml

Count

10° 10" 102 103 10*
FL1-H: FL 1-Height

PD-L1 Fc Chimera, Human (Z03371) &&8EXRAPD- 15 FHIISEHM RN TFLIR CEaE DT

Sample/Coc. (ug/ml) 10 3.333 1.111 0.370 0.123 0.041 0.014 0.005 0.002 0
hPDL1/Fc
(GenScript) 528 111 373 12,5 8.23 56 5.09 4.91 4.83 4.7

Fig.1 Biological Activity: RIFARIRERNPD-L1EHER SFAPD- 1M ARLNS, BIRUMENTIITGRE (AT LSRG
MER-ZHEEEN ) » BERESSHIRAEFLAPD-L1 Fc ChimeraBRAEEIRE MRAT LA EMIBRREIPD- 19 FERENEEHE].

\ A
REEELREH
PD-1 PD-L1 PD-L2 CD155 SIRPa TIGIT CTLA4
(His,Hu) (His,Hu) (Fc,Hu) (His/Fc,Hu) (His/Fc,Hu) (Fc,Hu) (Fc,Hu)
CD19 B7-2/CD86 B7-H2 B7-H3 CD40 Ligand 0OX40 TIM3
(Fc,Hu) (His/Fc,Hu) (His/Fc,Hu) (His/Fc,Hu) (Hu) (His,Hu) (Fc,Hu)
B7-1(CD80) 4-1BB/CD137 HVEM
(Fc,Hu) (Fc,Hu) (Fc,Hu)
#i¥. His: Histr&; Hu: Human; Fc: Fc Chimera
N A
1) BEHRRRA 3) HBEEM

2) 1BIER 4) FuREr
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Target Cat.No. Product Name
A01842-40 Anti-Mouse CTLA-4 Antibody (MCT.F6), mAb, Mouse
CTLA-4
A01843-40 Anti-Mouse CTLA-4 Antibody (MCT.E9), mAb, Mouse
W A
1) $BHIA 2) BETIEFE
[
Az ES Y]
Clona MCT.E9 ELISA blocking of CD86 binding with Mouse CTLA4
2,54
. .
2,04 3
1.5
:
1.04
0.54
0.0
45 40 35 30 25 20 -1.5 -1.0 -05 0.0 05 10 15 20

Log{ugmi)

© 0 O

ELISA blocking of mouse CTLA4 antibody MCT.E9 (GenScript, A01843) against mouse CD86 recombinant protein binding with Mouse

CTLA4 recombinant protein.

Coating antigen: CD86, 0.5 pg/ml.

Mouse CTLA4 final concentration: 2 pug /ml

CTLA4 antibody dilution start from 50 pg/ml, IC50=0.1494 pug/mli
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Functional
Product Name ELISA FACS Assay
A01828-40 Anti-Human PD-1 Antibody (PD1.H5), mAb, Mouse A N N
PD1
A01829-40 Anti-Human PD-1 Antibody (PD1.D3), mAb, Mouse v A A
A01830-40 Anti-Human PD-L1 Antibody (PDL1.D1), mAb, Mouse N N N4
PDLA1
A01831-40 Anti-Human PD-L1 Antibody (PDL1.A6), mAb, Mouse A N v
A01832-40 Anti-Human CTLA-4 Antibody (CT.F3), mAb, Mouse N4 N4 N4
CTLA-4
A01833-40 Anti-Human CTLA-4 Antibody (CT.E8), mAb, Mouse N4 N4 N
A01834-40 Anti-Human TIM3 Antibody (TI.B2), mAb, Mouse N4 N4
TIM3
A01835-40 Anti-Human TIM3 Antibody (TI.H3), mAb, Mouse NV NV
NIBHUR

Biosimilarfiiix ( AJR,FRIEITERZS )

CEnEs N GenScript name

Nivolumab Anti-Human PD-1, Human Antibody A01909
PD1
Pembrolizumab Anti—Human PD-1, Humanized Antibody A01910
PDL1 Atezolizumab Anti—Human PD-L1, Humanized Antibody A01914
Abatacept CTLA4 (37-161), Fc, Human A01903
CTLA4
Ipilimumab Anti-Human CTLA4, Human Antibody A01908
Rituximab Anti-Human CD20 type |, Chimeric Antibody A01899
CD20 Obinutuzumab
Anti—Human CD20 type Il, Humanized Antibody A01912
Obinutuzumab
CD38 Daratumumab Anti-Human CD38, Human Antibody A01915
Nz

1) FUAZSFF RAOBEMEXTER 2) HIEMBR 3) ARDWIE
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FL4-H:FL4-Height

Flow cytometric analysis of CHO-K1/TIM3 stable cell expressing TIM3 (GenScript, M00531, Red) and CHO negative control cell (Black) binding
with Human TIM3 Antibody TI.B2 (GenScript, AO1834)

Antibody working concentration: 5 pg/ml, 2.5x105 cells/reaction

The signal was developed with iFluor647 conjugated Goat Anti-Mouse 1gG

=, JURKFEITUA

=V
~miER
PD-1 PD-1 PD-L1
Anti-Nivolumab antibody Anti-Pembrolizumab antibody Anti-Atezolizumab antibody
CTLA-4 CD20 CD20
Anti-Ipilimumab antibody Anti-Obinutuzumab antibody Anti-Rituximab antibody

Nz R
1) AR hZ (PK) f1258sha% (PD) £ 2) RRIEMDHT: BARFPFIXIRFATARERTRICAINTER

—
Iz 2451
Standard curve of Rituximab Sandwich ELISA
1.800
¥ = 0.0006x +0.1097
1.600 #2=0.9968 .-
1400 R
1.200 ..
2 1000 o
.-
é 0.800
0600 ~
»
0.400
.
0200 | _ &
0000 r
0 500 1000 1500 2000 2500 3000
Concentration of Rituximab (pg/ml)

Standard curve of Rituximab Sandwich ELISA. The Rituximab Sandwich ELISA assay is developed by using Anti-Rituximab Antibody (137C6), mAb,
Rabbit (GenScript, A01942-40) and Anti-Rituximab Antibody (194D7) [Biotin], mAb, Rabbit (GenScript, A01944-40) as capture and detection
antibody, respectively.

The sensitivity of detecting Rituximab is about 30 pg/ml.
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