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EP101-C01 High-bind Plate 1 plate [E] ¢ 2-8°C 2-8°C
EP101-C02 Human PD-L1 25 g I 4 2-8°C -70°C
EP101-C03 Anti-PD-1 Neutralizing Antibody 20 pg [&] 44 2-8°C -70°C
EP101-C04 Human PD-1-Biotin 5ug [ 4 2-8°C -70°C
EP101-C05 Streptavidin-HRP 10 pg [#] f¢ 2-8°C, ¥ || -70°C, #EH
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EP101-C06 Coating Buffer 12mL Wk 2-8°C 2-8°C
EP101-C07 10xWashing Buffer 50 mL MLEES 2-8°C 2-8°C
EP101-C08 Blocking Buffer 50 mL PLEEN 2-8°C 2-8°C
EP101-C09 Substrate Solution 12mL AR 2-8°C, #H: || 2-8°C, #EH
EP101-C10 Stop Solution 7 mL LTS 2-8°C 2-8°C
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1. B, ZEMEBRESMBRAEN: FHL10 pL. 300 pL. 1000 pLANFE 5K
2. fHIRREFRAE
3. R, 450 nm/630 nmi K
4. B0 1.5mL, 10mL
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¥¥: Streptavidin-HRPEAER RLEEELRAF -
2. BT
D AR Bk (96 T) TEAE VIR L. EHBAERVol.
EP101-C02 Human PD-L1 25 nug 250 pg/mL 100 puL 1xPBS
EP101-C03 Anti-PD-1 Neutralizing Antibody 20 pg 250 pg/mL 80 puL 1xPBS
EP101-C04 Human PD-1-Biotin 5 pg 100 pg/mL 50 uL 1xPBS
EP101-C05 Streptavidin-HRP 10 pg 50 pg/mL 200 pL 1xPBS

[RHAE]
1. TRV
1.1 Pl 1xWashing Buffer:
HU50 mL 10xWashing Buffer, FiB27K/ 28 F /KB I E A ZE500 mL, 2HIES.
1.2 Fic#ilDilution Buffer:
¥ Blocking Buffer(EP101-C08) ] 1xWashing BufferA1:3 b 5|#5%. #1: 10 mL Blocking
Buffer i A30 mL 1xWashing Buffer.
2. ALK
2.1 i Coating Buffer(EP101-C06)¥ Human PD-L1 6% (250 pg/mL)F B ZE 2 pg/mL,
Pt 1 B Human PD-L1 4% T AW .
2.2 ERE A A INERE TR EOM BEFLR N Coating Buffer)fE No-Coating Ctrl. (% 3) .
2.3 £ High-bind Plate(EP101-CO1)FH AR FLH I 100 uL Human PD-L1 .45 TAFW,
FEBRIE SR, £ 4°C A T E LR E 15 M.
3. ¥R
INCB TR, FEF AL R, BESLINN 300 uL 1xWashing Buffer, 327 10s, L3R 3
Ko BIRGENE, TEBKA BT, B AERENLE.
4.
FEREANFLH I 300uL Blocking Buffer(EP101-C08), JHEHR S M, 7F 37°C4HM4 FIE 1.5
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5. ¥R
HE DR 3 Pk,

6. JNEE
6.1 FRE LIS LS FEA AT BRI
6.2 3 R & N Y Anti-PD-1 Neutralizing Antibody(EP101-CO3)/E AZ % f, 1% IRE 1
BEAT M REAL
6.3 Mt Human PD-1-Biotin T/F¥&:
F Dilution Buffer ¢ Human PD-1-Biotin f#fi# (100 pg/mL)#iF % 0.4 pg/mL.
¥: Human PD-1-Biotin TAERRITELRATHES, AAREF.

& 1 Anti-PD-1 Neutralizing Antibody 5% & T/EWR {11 &

Anti-PD1-
Tubes/ Neutralizing-
Solution Antibody Std.-1 Std.-2 Std.-3 Std.-4 Std.-5 Std.-6 Std.-7 Std.-8
Code stock solution
150 pL 150 uL 150 uL 150 puL 150 uL 150 uL 150 pL
20 puL
Operating
S N S~— S—r SN— N— N~— SN
Solution 0.625 0.313 0.156 0.078
250 pg/mL 10 pg/mL 5 pg/mL 2.5ug/mL 1.25pg/mL
Con. He He pe/mL pg/mL pg/mL pg/mL
Dilution 480 ul 150 pl 150 uL 150 pL 150 ul 150 ul 150 ul 150 pul
Buffer Vol.

6.4 A SIS 7 B AT LU B
A R ST E RSk, LR B T 2 K 2,
A GRS AT RS R, S LR BT T 25 1 3.
WRAE S8 veit, EXNARSLAIIA 50 uL B RS AR AN 225l . Positive Ctrl

No-Coating Ctrl. 1 No.Binding Ctrl.fL i\ 50 uL Dilution Buffer.
B 2. EBERMILREITSE
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6.5 [ No.Binding Ctrl.fL#b, &L 50 uL Human PD-1-Biotin T/E¥#. ##EEFHMFLR
AR S, FHBRESR, 7£37°C P E 1.0 he
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e 6.4 LUREF 6.5 DIRFELSMNAFE, Human PD-1-Biotin L {F¥R 75 B HLAC -
7. B
HE DR 3 P
8. fin Streptavidin-HRP T/E¥
8.1 H Dilution Buffer #% Streptavidin-HRP f7f# (50 pg/mL)# B 2 0.4 pg/mL, BCHl N
Streptavidin-HRP TAER, 1% TAEMILAHIAD, ECIRAF

8.2 FEFTA LM 100 pL Streptavidin-HRP TAER, FEMREEAR, 7€ 37C FiHE 1.0 ho

9. WtR
HE DR 3 Y.
10. B8

BiRfLida T+, &FLIA 100 uL Substrate Solution. FH B ISR, 5E 37°CTE IR 1 77 54 6

JEIEE 20 min.
11. &1k
FEFLINN 50 pL Stop Solution, 33 E IR BRG],
E: LFBRAREEE AR,
12. BEH

FIBERR AN E 24 FLAE 450 nm AT 630 nm P IROGIE, THAEZIL)E 3 208 A TEEL
E: B FLOD4s0 nmF FROD 630 un BEAE I PRI E R TR0

R3 LRBRIENE
No-binding No-coating Positive
Steps Code Steps Reagents & Instruments Reaction Conditions Samples
Ctrl. Ctrl. Ctrl.
Working fluid
1 N/A N/A N/A N/A N/A N/A
preparation
Human PD-L1 Working
2 Coating 4°C for overnight 100 uL 100 uL — 100 uL
Solution
3 Washing 1xWashing Buffer Wash for 3 times 300 uL 300 uL 300 uL 300 uL
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4 Blocking Blocking Buffer 37C for1.5h 300 uL 300 uL 300 uL 300 uL
5 Washing 1xWashing Buffer Wash for 3 times 300 uL 300 uL 300 uL 300 uL
Samples 50 uL — — —
6 Add Samples —
Dilution Buffer — 50 puL+50 uL 50 uL 50 uL
Human PD-1-Biotin Mix by gentle tapping,
7 Binding 50 uL — 50 uL 50 uL
Working Solution incubate at 37°C for 1.0 h
8 Washing 1xWashing Buffer Wash for 3 times 300 uL 300 uL 300 uL 300 uL
Streptavidin-HRP
9 Streptavidin-HRP 37°C for1.0h 100 uL 100 uL 100 puL 100 uL
Working Solution
10 Washing 1xWashing Buffer Wash for 3 times 300 uL 300 uL 300 uL 300 uL
11 Substrate Reaction Substrate Solution 37°C for 20 min 100 puL 100 L 100 uL 100 uL
12 Termination Stop Solution Mix by gentle tapping 50 uL 50 uL 50 uL 50 uL
UV/Vis
13 Data Recording Measure absorbance at 450 nm, with the correction wavelength set at 630 nm
spectrophotometer

1. Samples: ZIEISERFEA.

2. No-binding Ctrl.:
3. No-coating Ctrl.:

4. Positive Ctrl.:

5. BWTA A XM NS RSl

[FEEM

L AT AR, ANREF TR )T A2

]

2. VRS F AR U AT 4R A

3. REHES FIRFIRBEIR T . A5 34h) K
4 WS AN TP B, PRIEA T SR R A R
5. MANEIETE 2-8°CIRAIF, 1

FEH -

IR QREPURC R Ve iRl

A A IMHuman PD-L1AYHFL. OD 450 mmfE0.05 54 (E/NT0.1) &
FEAS FR AN F 75 B OD 50 am Y B¢ KAR

AN inHuman PD-1-Biotin M A FL. OD 450 amfE0.05/ 4 (Ei/NF0.1) &

TR T A A TR EAT HRAREAE A

6. TR SLIG 7F BACH S 4 TAEW, F& 1xWashing Buffer L4), TAEMEIECEDR, ANAT{RA7.

(@ %ist e
BRI, SRERRERERDIFENL, UTREBRRRRES%.
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Anti-PD-1 | Anti-PD-1
7 Neutralizing | Neutralizing Mean Percentage
— 100+ Antibody Ab | Antibody Ab | Abs(0D450) | Activity(%)
%‘ 1 Con.{ug/ml) | Con.(nM)
Z  80- 0 0.000 2.380 100.00
E 60- 0.078 0.544 2.361 99.20
& 4 IC50=3.615nM 0.156 1.088 2.353 98.87
E -
5 40 0.313 2.176 1.503 79.96
@ ]
T 20- 0.625 4.352 0.811 24.08
o
g g 1.25 8.704 0.353 14.83
c Lt T T T T |
0 1 2 2.5 17.407 0.181 7.61
Log[Anti-PD-1 Neutralizing Ab Conc.(nM)] 5 34.314 0.141 5.92
10 69.628 0.102 4.29
US and Canada: Tel: +1 800-810-0816 Web: http://www.acrobiosystems.com

Asia and Pacific: Tel: +86 400-682-2521 E-mail: order@acrobiosystems.com






