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=. MEHER
1. TR, R RBEFIMES

A R 5 R R A DMEM+10% FBS+1% P.S

G AR R TR A DMEM+10% FBS+1% P.S+0.75 ug/mL Puromycin

A R AT R R A 90% FBS+10% DMSO

2. RFUFEMHER

R

Reagent Specification Manufacturer/Catalogue No.

Puromycin 25 mg Genomeditech/GM-040401-1

Pen/Strep 100 mL Thermo/15140-122

Fetal Bovine Serum 500 mL Thermo/10099141

DMEM 500 mL Vivacell/C3110-0500

Anti-H_CB1 hlgG4 Antibody / Genomeditech/GM-47472AB
AR

Equipment Manufacturer/Catalogue No.

AHH A ThermoFisher Scientific/Countess 3

Tt A A Mg FERFFEPRR 5 (i) HPRAF]/ICytoFLEX
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1. H_CB1HEK-293 Cell Line 4fif{a & 75

a)
b)

c)

d)

€)

f)

9)

HARVRAZ AN 5 % 106 cells/mL, A7 7054 1 mL.

FE 37°COKM BTN 75, A TGS 255770 5 mL ) 15 mL B0

MR B R A P A R RN 37°CHEIR /K I o, 4 MO TR 22 /K T DA R
AW HE ) E Rk .

I 70% & BEBHAR VR AR SN AR AR5 e (1 L3

TEAE ) 22 AR B & OB AR v (0 240 B R B B e I A 15 mL
B0, RRIRS), 800 rpm, B0 5 min MEANMYTIE, L.

HRAFAMES O SR R DT, (EH | mL SE4 R i g, mI U 3200 FH /5 I e
(EaRA eRE i I

VRO LR 2-3 x 10° cells/mL, ARIELHMLEMEAAR, F g b 2 55&E 1
BRI, Z%RR: 10cm Il (8-10mL &) ; 6em M/T25 i (5 mL &R -

JE SR M A% AR R 35 5% L P A R P R

2. H_CB1HEK-293 Cell Line #Hffif&4%,

a)

b)

c)
d)

f)

N 3TCIEIRIEFRA T WEE 24 h, B NSRS L. HEEER /N T 50%,
JEK LT IE], AN KT 80%, BIATHEATANMIMLI; & MEEER AT 80%, Al
BT AIRALAR . PR ARG R 77 5L mT R B I A 3R I e AR R At

YA 0.25% Trypsin-EDTA, JHALISEA: 30-60 s.

W LB FRHA P B RS TR B U B 3525, 10 em LN 2 mL PBS JE%E 1 1K

3¢ PBS, 1 mL jEfLi, 37T JH1L 30-60 s, EAMEE FUIEE, FRANRARE, 408
() B 2, 0 4200 LRI 2 2 LB

2 mL A e R TR RIR A 4 b AL, KA O IRET ROk, 800 rpm i B L
5 min.

Ft BI3E, APTE e R IR E R, R AR A A IR A% 7R L AR

IS B2 5, AR AR 2y 30-40%) .
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35mm Dish 2mL 9.6 cm? 0.3 x10° 7 x<10° 6 x<10°
60 mm Dish 5mL 28 cm? 0.8 %10 2 x10° 1.7 <108
100 mm Dish 10 mL 78 cm? 2.2 <108 5.6 %108 4.8 x<10°
T-25 Flask 5mL 25 cm? 0.7 x10° 1.8 <108 1.5 %108
T-75 Flask 10 mL 75 cm? 2.1 %1068 5.4 <108 4.6 <108

3. H_CB1HEK-293 Cell Line 40i¥4 4%

Q) ZAUMUAAFHL: 90% FBS+10% DMSO.

b) {# ] 1000 rpm, 3 min B CoUCEELHA.

C) A MM AE R AN, ATMLASFE VRN S x 10° cells/mL,

d) R | mL AMREFIMIIRAES T, YRR | mL, YREEREN S x 10° cells/mL.
BT, EMERLE. KR B TR AT, (E-80°C FRAEED 1
R, R ERE.
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BRAE DRI, XFARSEES, HEFEH_CB1 HEK-293 Cell Line4H fi & 92 x

10° cells/& o #AELERINT

Q)  SKERHT, WEATAMRAKEERE, AFE-S

b) SR, Y4LH CB1 HEK-293 cell line, HX100 pL4H 2% (400145 FIPBS
VHEEIRE Y2 <106 cells/mL) , A& R IR HPIA (Anti-H_CBI1 higG4
Antibody) , 4°CHELHFE he

¢)  JAI1-2 mLPBSHE, BHE DI,

d)  IAZGHRICH =8, 4°CEEEHT E 30 min.

e) 1000 rpm&05 min, £BR B, F300 pL PBSH &

f)  SLHEP B,

0) KUEL5iR.

100 = SamplelD Geometric Mean : FL11-H
| HEK-293 anti-H_CB1+APC-2nd Ab 931
HEK-293 H_CB1 H_|lgG+APC-2nd Ab 936
80 - B HEK-293 H_CB1 anti-H_CB1+APC-2nd Ab 119501
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MKSILDGLADTTFRTITTDLLYVGSNDIQYEDIKGDMASKLGYFPQKFPLTSFRGSPFQEK
MTAGDNPQLVPADQVNITEFYNKSLSSFKENEENIQCGENFMDIECFMVLNPSQQLAIAV
LSLTLGTFTVLENLLVLCVILHSRSLRCRPSYHFIGSLAVADLLGSVIFVYSFIDFHVFHRKD
SRNVFLFKLGGVTASFTASVGSLFLTAIDRYISIHRPLAYKRIVTRPKAVVAFCLMWTIAIV
IAVLPLLGWNCEKLQSVCSDIFPHIDETYLMFWIGVTSVLLLFIVYAYMYILWKAHSHAV
RMIQRGTQKSHIHTSEDGKVQVTRPDQARMDIRLAKTLVLILVVLIICWGPLLAIMVYDVF
GKMNKLIKTVFAFCSMLCLLNSTVNPIIYALRSKDLRHAFRSMFPSCEGTAQPLDNSMGD

SDCLHKHANNAASVHRAAESCIKSTVKIAKVTMSVSTDTSAEAL

SR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd
AN F A BRI AR, R AEH T NRYEIT Y For research use only !

81/8



