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GM-C35727  Mouse_ GCGR HEK-293 Cell Line 5E6 Cells/mL
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77 b ITE i HaE fEF
GM-C35727 Mouse GCGR HEK-293 Cell Line 5E6 CellsrmL 1%  -196°C
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1. MRS, %R EHRNEE

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
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 ExCell/FSP500
DMEM 500 mL gibco/C11995500BT
Anti-H_GCGR hlgG2 Antibody(volagidemab)  / Genomeditech/GM-84555AB
Glucagon (1-29), bovine, human, porcine 1mg MCE/HY-P0082

HEAR
Equipment Manufacturer/Catalogue No.
AT ThermoFisher Scientific/Countess 3
T A Do 2 B RRFE PR SR 5 (i) A BR A F]/CytoFLEX
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1. #pEE T 2. #HffEAR (BL 10 cm M9

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 WSEGHARMEEERE 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) JEIEAMINE IR IRIENIEA, R R 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.

BER R TR A . e) ik, MpUEAE KR IR ER, WRAEAL T
JH0 %5 P 53 R R 7 ML AR RN 40 i 35 8 o B, AR AX
RN E DY 30-40%) .
N EREW:

3. AHMETRAF ARRIZR, FEMRERE, RTERAR, 2%

a) i 176 xg, 3 min BLUCHENL . HERFH, REBER, FRERARLED, 41

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

YN, 4HMESE AR 5 < 108 cells/mL, % 1 mL
SR BRI E T
C) FEHT, &SNS MR EEE TR,
-80°C FIRAFEA 1K, R EREAT.
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264K, JH4kMouse GCGR HEK-293 Cell line, H{100 pLZHfE W (Al iT%L
J&i FHPBS IR B 2 < 108 cells/mL) , JMAIEEAIRMPIA (Anti-H GCGR

hlgG2 Antibody) , 4°CEEE1 h.

MA1-2 mL PBS#E, BEE DR,
AT EARIE N —Ht, 4°CikELHF E 30 min.
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MPLTQLHCPHLLLLLLVLSCLPEAPSAQVMDFLFEKWKLYSDQCHHNLSLLPPPTELVCN
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QWQEGKALQEERLASSHGSHMAPAGPCHGDPCEKLQLMSAGSSSGTGCVPSMETSLASS
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HTRF cAmp Assay

Mouse_GCGR HEK-293 Cell Line ECS0
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Fig 2. ¥ Mouse_GCGR HEK-293 4}l LA 7500 cells/fL 1% [EEFF A 384 FLAFLAR (5 pL/iFLD) s

B 7 A8 IR FEE R B AN Glucagon(1-29)% R, FFEEIR T E 30 min. 2RJ5{H

HTRF cAMP Gs Dynamic Detection Kit (revvity/62AMAPEB) %18 i Wl F k474, 48]

Molecular Devices i3x 2 THREEMAY, LA 340 nm IR 6. 7€ 616 nm A1 665 nm P K FllE K ES. 5
B LA 665 nm/616 nm *100000 (HTRF Ratio) Fsx, FFH T4 EC50 fE.
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