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M 2 5 R Rk DMEM+10% FBS+1% P.S
AR A KR TR DMEM+10% FBS+1% P.S+0.75 pg/mL Puromycin
0 B A 90% FBS+10% DMSO
2. WHIFEMHER
TFE
Reagent Specification  Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
DMEM 500 mL gibco/C11995500BT
Anti-Canine PD1 mlgG2a Antibody(4F12- / Genomeditech/GM-81957AB
Eo6)
ERE
Equipment Manufacturer/Catalogue No
AHH A ThermoFisher Scientific/Countess 3
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a)  37°CKIEIATIAE TR TR AL, N TG (1 B 75 s % T AREGFERLE 2R, FHERERE, AR
H5mL % 15 mL B0 . TRER, BEHANTHEIERNEKEFE.

b) MU b R VR A A T IR O 37°CHE R K IR Q) AL, MHEEAK. BiFRAETiE 16-24 h
By, AR IENR 2K DL N RS R, EEINI JG, BN VSEGHARMEEERE L, 20 %5 KT 80%,
NiREfe CEw 2-3 708D . ROy BEAT A AL A HER A AL AL By 1:3-1:4, 2-

c) H 70% ZEEHEER AR A AR TS Be L AR 2R 3 R
W A EGR G R R AR E 40 SR B B b) R MLEHE IR AR FRESE 25, 10 cm LN 2 mL PBS
AR ) MELE T, BRIES, 176 xg, B0 3min, % 1.
fEanpyiiE, # g, c) 3F PBS, /il 1mL0.25% Trypsin-EDTA JH ki, 37C

d) fEH 1mL ZIpEIRRER, B & BHE JH1L 30-60s, WAUEL T ME.

G ORI, TEANH> 3 x 108 cells/mL. d) FramiAgIE, AAmE B, H5 A R T a6 B R

e) I AMINE IR, TR A R F 2-3 BEIF, Jn2mL ZEAAKEFRERSZEHEN, FHH
x<10° cells/mL, HEHEAN AR AT, K20 p b 3 Ma/NORFT IR, 176 xg ZiE B0 3 min.
HIEREEFRIL . e) F LiE, difuiiie FAE KR TR, WA

JH0 %5 P 53 R R 7 ML AR RN 40 i 35 8 o B, AR AX
JE 2R A A 30-40%) o
N EREW:

3. AHMETRAF MERIETR, FEAREE, BTEFRR &

a) ffifH 176 xg, 3 min B USRI . HWESAHBIFE, REReE, #RExRHA

b) i I FA 4R AR AE U (90% FBS +10% DMSO) Hi & Resd, AREKREBTRE.

YN, 4HMESE AR 5 < 108 cells/mL, % 1 mL
SR BRI E T
C) IEET, &SNS A E E TR,
-80°C FIRAFEA 1K, R EREAT.
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N2 x 105 cells/ & - BAEATRUTT:

a) SEIOHT, AR AR KRR T, ATFEE3-5d.

b) SEZIEK, WikCanine PD-1 HEK-293 Cell Line, HX100 pLZHIEWR (it E0Us
FAPBSH#EH 5 N2 x 100 cells/mL) , HINEE IR $TIA (Anti-Canine PDI
mlgG2a Antibody(4F12-E6)) , 4°CEIFE1 ho

¢) JIA1-2 mLPBSH¥E, BEE D,

d)  MAZSEARCH =3, 4°CEELHT F 30 min.

e) 1000 rpm&.05 min, PR EiFE, F300 uL PBSH & .

) SR MU

g) IESER.

100 = SamplelD Geometric Mean : FL11-H
| HEK-293 anti-PD-1+APC-2nd Ab | 1912
HEK-293 Canine_PD-1 M_IgG+APC-2nd Ab 1451
80 = | HEK-293 Canine_PD-1 anti-PD-1+APC-2nd Ab 165595
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