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1. ZHfEFR. %R, ERRTIHEE

A R I3 TR DMEM+10% FBS+1% P.S
AR A KR TR DMEM+10% FBS+1% P.S+0.75 pg/mL Puromycin
LR A7 90% FBS+10% DMSO
2. RFIFEMHEE
B HE %
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
DMEM 500 mL Gibco/C11995500BT
Anti-IL1R1 hlgG1 Antibody(AMG 108) / Genomeditech/GM-51990AB
B
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
iaw:: )ik e N = FE/RFFE PR & (Lifg) AR AF]/CytoFLEX
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PR,

Q) 37°C/KBRRTIME TR TR, AT
R FRA 5 mL 2 15 mL BOE .

by  MIBRE P B R A G0 R IR IRGE O 37°CHE
TR/K SR, R B R 22K DL R AR AR
R, BERINIRIEL GRS 2-3 4080 .

c) H 70% LB AFE SN LA R IGTS S L
o ARV BN G TR E T
BRI R 0 B LEY, BRIE
5], 176 xg, 5.0 3min, fH4RITE, # L
Ao

d) MG 1 mL SorssRitEg, Al i
F & Wy i Je T B0 40, TEAIAE> 3 x 108
cells/mL.

e) EIAMNE IR, RSN
FEF] 2-3 > 10° cells/mL, R4 41 B B ik
KA R B S IE i SR L

3. YHpIEAF

a) fHM 176 <g, 3 min BRI .

b) fd HI T4 40 M Uk A7 W (90% FBS + 10%
DMSO) H g4, 4NN 5 <108
cellsimL, B4 1 mL 703 B4R E

¢ IEHT, E4tndE, MR AEETHE
B &, -80°C NMREFEZED 1R, R
EWEH .

2. ZHpEAEAR (B 10 cm M4

H: WREGER LE 2R, FHREGERE, AR

BhRER, BERASHEIERNEKERE.

Q) MLy FRzgEM, WhiEEEK. BRI E
16-24h J5, i NSRS L, 40
BREILH 80%, EMHTHMRAEAR. HEFEYH
MAEAR LA A 1:3-1:4, 2-3 RALAR . TEE R
WAL 80%, 75T AEox R4 L 52 BB
JE T 5 BOE PEIR TS -

b) R ILERR: FE A BB 7R T 2, 10 em MLfN 2
mL PBS ¥ 1 X

c) 3 PBS, Ml 1 mL 0.25% Trypsin-EDTA Ji41k
Wi, 37<C 4k 30-60s, Wi N,

d) FFAHMASE, 4 R R A, 4 I
AR EIREERS, N 2 mL A KR IRER
SIZALTEA, NG IRET TR, 176 xg

FEIE O 3 min.
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FEMMSZED, M KEERTRE.

b) ERFREEEAET 80%, &N AL HY
Hi 3% BB 1 S BUE RS .

c) FBS & 56T N 30 4-4f, AIRiERME
AHowE, ERAREYWMASHEKAT
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10° cells/& . #EAELRUIT:

a) SCEGHT, TP KERREE, A E3-5d
b) SZEG4K, WALH IL-1R HEK-293 Cell Line, H{100 pLZHfE% (AR iH%05H
PBSHHEIR N2 <100 cells'mL) , MINEEMFREPLA (Anti-ILIR1 higGl
Antibody(AMG 108)) , 4°Ci#J¢i#E1 h.
¢) MIA1-2 mLPBSH#YE, BEEMNDE,
d)  IIAZOEARICH —HT, 4°CREEHE H 30 min.
e) 1000 rpm& .05 min, PR s, H300 uL PBSH & .
f) LR NS
0) KUFLER.
100 = SamplelD Geometric Mean : FL11-H
1 | HEK-293 anti-IL 1R1+APC-2nd Ab 1549
i HEK-293 H_IL-1R H_IgG+APC-2nd Ab 1834
80 7 M| HEK-293 H_IL-1R anti-IL1R1+APC-2nd Ab 6.27E5
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