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GM-C22142 H HLA-G1 PDL1 MC38(mouse PDL1 KO) Cell Line 1 kit
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GM-C24483 H HLA-G1PDL1 MC38(mouse PDL1 KO) Cell Line#4 5E6 Cells/mL 1 (= -196°C
GM-C24484 H HLA-G1PDL1MC38(mouse PDL1KO) Cell Line#5 5E6 Cells/mL 1 (= -196°C
GM-C24485 H HLA-G1PDL1MC38(mouse PDL1KO) Cell Line#7 5E6 Cells/mL 1 (= -196°C
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1. ZfRESR. B EHRRAIHEE

A R I3 TR DMEM+10% FBS+1% P.S
Y f A KR R A DMEM+10% FBS+1% P.S+2 pg/mL Blasticidin+200 pg/mL G418+200 pg/mL
Hygromycin+2.5 pg/mL Puromycin+500 pg/mL Zeocin

AR LR AT L - 90% FBS+10% DMSO

2. BFIFEMHER
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Hygromycin 1g Genomeditech/ GM-040403-1
Blasticidin 10 mg Genomeditech/ GM-040404-1
G418 1lg Genomeditech/ GM-040402-1
Zeocin 100 mg Genomeditech/GM-040407-100MG
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
DMEM 500 mL gibco/C11995500BT
Anti-H_CD274(PDL1) hlgG1 / Genomeditech/GM-31740AB
Antibody(Atezolizumab)
Anti-H_HLA-G1 hlgG1 Antibody(38373) / Genomeditech/GM-28208AB
Equipment Manufacturer/Catalogue No.
AT ThermoFisher Scientific/Countess 3
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37°CKAM TR 77, IMATRIE 58 25 775 5 mL £ 15 mL B0
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i 1 mL SE4 B oRdk B, T HCH R & i g (o Bos 4 .
IR GH M B F) 2 - 3 x 10° cells/mL, RGNS, K feih 25 &
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MU FERT 60%0S, RIVEHITAA. HERAMRAAEARLILEIN 1:4-1:5, BRARfE
s

B LR R P (R 7R 55 25, 10 cm LN 2 mL PBS {3k 1 K.

3 PBS, il 1 mL 0.25% Trypsin-EDTA ¥#4kifi, 37°C ¥4k 30-60's, EflsE NI,
TR, AR, B AN AR I BORBE R, N 2 mL A e A B 97
SR ZEEA, AN G IRET R R, 1000 rpm = &0 3 min.
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B bR, X FARSES:, #EFEH HLA-G1 PDL1 MC38(mouse PDLI1

KO) Cell LineZliffi 5 A2 x 105 cells/& » #EAEATRUIT -

a)
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SCUGHT, TN KE R E, ATE3-5d

S22 K, JH4bH HLA-G1 PDL1 MC38(mouse PDL1 KO) cell line, H{100 pLZH i
B (4UH T EUE FIPBSTABEIRE N2 <108 cells/mL) , JINIE & (IR Pk

(Anti-H HLA-G1 hIgG1 Antibody(38373)) , 4°Ci#tiE &1 h.
IIAN1-2 mL PBSHE, EE HIPIR.
IR CHRIC ) 3T, 4°CREGHT E 30 min.
1000 rpm & 0»5 min, Z:F% FiF, 300 uL PBSH &.
LRI BRI .

AT L
LS R
| SamplelD Geometric Mean : FL11-H
|. MC38 anti-H_HLA-G1+APC-2nd Ab 1434
[F[H_HLA-G1 PDL1 MC38M_PDL1 KO) H_IgG+APG-2nd Ab 1160
|. H_HLA-G1 PDL1 MC38(M_PDL1 KO} anti-H_HLA-G1+APC-2nd Ab #4 20068
H_HLA-G1 PDL1 MC38(M_PDL1 KO) anti-H_HLA-G1+APC-2nd Ab #5 19709
'Y M| H_HLA-G1 PDL1 MC38(M_PDL1 KO} anti-H_HLA-G1+APC-2nd Ab #7 45163
T T T T T T T
10 10 10 10
FL11-H :: APC-H
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264K, JH4bH HLA-G1 PDL1 MC38(mouse PDL1 KO) cell line, H{100 pLZH i
B (A BUS FIPBSH 3K A2 %108 cells/mL) , HIAE & ik
(Anti-H_CD274(PDL1) higG1 Antibody(Atezolizumab)) , 4°Ci#YH#E 1 ho
IIAN1-2 mL PBSHE, EHE PR,

TN FEEARIC I ZHt, 4°CIEEYEIF E 30 min.

1000 rpm {025 min, Z:F% FiF, F300 uL PBSH &.
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LRI EAURS I .
A
AR R .
D Geometric Mean : FL11-H
M | wmc3s anti-H_PDL1+APC-2nd Ab 12410
H_HLA-G1 PDL1 MC38(M_PDL1 KO} H_IgG+APC-2nd Ab 1190
|| H_HLA-G1 PDL1 MC38{M_PDL1 KQ) anti-H_PDL1+APC-2nd Ab #4 5.48E5
H_HLA-G1 PDL1 MC38(M_PDL1 KO) anti-H_PDL1+APC-2nd Ab #5 5.88E5
|| H_HLA-G1 PDL1 MC38{M_PDL1 KQ) anti-H_PDL1+APC-2nd Ab #7 4.37E5
T T T T L B | T T
&}
10 10 10 10 10
FL11-H :: APC-H
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Bt 1 Mouse PDL1 BiRRISIFLE B

‘ SamplelD Geometric Mean : Comp-FL7-H
| MC38 PE-anti-M_PDL1 35251
\I H_HLA-G1H_PDL1 MC38(M_PDL1 KO} PE-anti-M_PDL1 #4 1461
‘. H _HLA-G1H_PDL1 MC38(M_PDL1 KO} PE-anti-M_PDL1 #5 1678
‘. H_HLA-G1H_PDL1 MG38(M_PDL1 KO} PE-anti-M_PDL1 #7 1536

0 2 4 6
10 10 10 10 10
Comp-FL7-H :: PE-H

Fig 3.1 F] PE anti-mouse CD274 (B7-H1, PD-L1) Antibody (BioLegend/124307) %44 i 236 11 w54 45 5
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