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Fig 2. % Glucagon(1-29) (MCE/HY-P0082) #fFEMBEM: H2HT 16-24 h Bl & H_GCGR Reporter HEK-293
DDX35™ Cell Line (Genomeditech/# GM-C36999) , MfL4IfEE 1.5 x10* 1. KT REFFRMAMH T 1
T, IMAFERELT ) Glucagon(1-29)¥, & 16 h JE &M Luciferase 1, ¥ GraphPad RZuik4T 545 5
Br, HPAsbRioh i, diRER, ARARKERGE, EC50 HUHE .

H_GCGR Reporter HEK-293 DDX35™ Cell Line
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Fig 3. il Glucagon(1-29) (MCE/HY-P0082) FfiEFREW; #2H/T 16-24 h i B H_GCGR Reporter HEK-293
DDX35™ Cell Line (Genomeditech/# GM-C36999) , &fLAHMIE 1.5 x10* A, Wi AIFFRIA R 7 =

&, ARG Glucagon(1-29)%#k, 3 2 FL, W H 16 h J54l Luciferase %, {#H GraphPad R4t
TEAR N, YAV RS, SR IR, CP8 AR5 CP38 {Uff#:. EC50 HfAfasE .
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f. MRMER
1. giffsEsR. RF. RAEAES

AN Iy H IR DMEM+10% FBS+1% P.S

AR R B TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 pg/mL Puromycin

2 R AT 90% FBS+10% DMSO

Assay Buffer: DMEM+1% FBS+1% P.S

2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
DMEM 500 mL gibco/C11995500BT
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene Not 96-well Corning/3912
Treated Microplate
Glucagon (1-29), bovine, human 1 mg MCE/HY-P0082
Anti-H_GCGR hIgG2 Antibody(volagidemab) / Genomeditech/GM-84555AB
GMOne-Step Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040503C
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B hRAL Moleculardevices/SpectraMax L
SEMREL (B AABRAF Genomeditech (Shanghai) Co., Ltd
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1. S

VE: ABRRBRARI R, NAEWCE 740 L5 S B AR O

S BRSNS BEASARAT, WHE TR

BT, EMEAFE-T0C, BAZE-70C TSR

S

a) 37°CKIEIATIRE Ji B IR, I TG ) 2 75 5 5%
B 5mL £ 15mL BOE .

b)  AAVRZE H R VR A A O R RN 37°CHE IR K IR
By, KA MR IR 2K T AN R RS, EEINI
MRt GEE 2-3 7380 .

c) H 70% LR AR S AR AR TS Qe L3 o 7E2E
W R & TR R A E T B IR E B
SR @) KB O, BEIRA, 176 xg, &0 3min,
fEamp e, #Eis.

d) fEH 1mL ZIpEFRRER, B & b
Pt TH BRI, WA= 3 x 108 cells/mL.

e) HEIAMINE IREETRAENIEL, TRREA R E R 2-3
x105 cells/mL, 4 4H A2 SRR, 44 i He b 3
EEHRE TR

3. MG

a) {41 176 x<g, 3 min B.CYEEL.

b) {3 A AL A AF I (90% FBS +10% DMSO) 5 &
YN, ZHMREEE AR 5 < 108 cells/mL, % 1 mL
R B RARAAE .

C) HEHmT, EAhILE, WHRAEETHERES
H, -80°CRIRAFZED 1R, RIEREREAT.

2. ZHpEAEAY (BL 10 cm MHH))

T EREREN 1E 2R, FRERERE, AR

ShER, BERATERERNEKERE.

a) A LR aniy, WEEEAK. HEFRAETTIEE 16-24 h
JG, BN WSEGHARMEEERE L, 220 55 Ak F] 80%,
AT A RARAR. HEFFAIAE AR LB 1:3-1:4, 2-
3 RAEAR. R ORERE BT 80%, 750U AT it
0 52 355 1 T 3 B0 P o

b) K ILEEE IR HORE FRRFE 25, 10 cm LI 2 mL PBS
TEBE 1K,

C) F PBS, /il 1mL0.25% Trypsin-EDTA 1L, 37<C
HAk 30-60's, AMEE FUEE.

d)  FREmBaAR IR, 2 A I, 4 200 DI 4 v 5
BEIF, Jn2mL ZEAAKEFRRSZIEHEN, KA

M/NOIRFT IR, 176 xg ZiE B0 3 min.

HEHMR:
a) YMINIETF, SEAMBE, BTERIS, SR8

HHEES, R&BEE, ARERABLED, A
MAEKEEETRE.

b) WEEREEARET 80%, &N RESHEIMEZE
FET S BUE RS .

c) FBS M5 56T N 30 54F, W RIFFMERERS:
W, EREERWASHERE TMHARETE
M,
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1. Assay HiFsEL

AR BRPTAR = A B A, X AR SESS:, ¥ H_GCGR Reporter HEK-293

DDX35™ Cell Line i &}y 1.5% 10% cells/fL. A<k 525 1# ] Glucagon (1-29), bovine, human

(3482.75Da; LA N{iE{#K Glucagon (1-29)) ENBATEZj#), Conc.01 ¥FEA 1.5 ug/mL, 5 f5#H

FE#F%, Conc.01-Conc.09 43 I HEAT7E B2-B10, B11 24 0 ¥R & xF & . J& H FL A 100 uL PBS,

PAR7 1B FLAE K o
FLARAT ) «
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
Glucagon 15 24 19.2
PBS PBS
(1-29) pg/mL | ng/mL  ng/mL ng/mL ng/mL  pg/mL  pg/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kDR
a) fESZIGHT 16-24 h, A4 NS IRM P ECE, HAE QBRI T, EHE R T
ERIRELE AN, A ANNTE )R, R SE e IR P R A MRy 1.5 =
105 cells/mL. DAHEFEAN 100 pL A AR/FLZ H A L. J& Bl FLA0 100 uL PBS. 75 FAR
wi, TR E A
b) AEH 1NTEH 96 FL V AR AL 25 VMR .
¢) BEAFMGUA, {EH—4T (4 B2-B10) .
d) BHRHES
LY RN fifi 5201 LW WIRFS
Glucagon (1-29) 1 mg/mL 0.1 mg/mL HY 2 pL fi##i+18 uL Assay Buffer

e) 96 FLV JEMF, M Assay Buffer, #%fLAFIL N, 41B2 LA 137.3 uL

Assay Buffer, B3-B11 fL, Ml 110 uL Assay Buffer.
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) RO R AR RE S BB NS EE — MR EERREFL (i B2 A 2.1

uL Glucagon (1-29)) , JRB%].

R | B REAL, HUOATALII 27,5 uL, AL B
1 2 3 4 5 6 7 8 9 10 11 12
2.1l

Glucagon (1-29)

110 uL | 110 puL

110 uL 110 pL

110 uL 110 pL

110pL  110puL 110 pL

9)  MEE—HESL B2 IR 27.5 L, IAEIEE —AMFFESL B3, FE RS
hy DABGEHE, B2 9 MREMESL (B10) .

i) RPIR a W E R4 LRI, BEFLIFE 100 uL B

0 BRI 259, 100

uL BEL.

k) o Bt T 37°C CO 7 iE3% 16 h.

) AR IR &, A Luciferase.

2) WEZEREN
S 4 35 LR 0 5 B 45

H_GCGR Reporter HEK-293 0 pg/mL 1.5 pg/mL 3.84 pg/mL
DDX35™ Cell Line 183487 12109918 184571
»
3) WIFZR
H GCGR Reporter HEK-293 DDX35' ™ Cell Line H GCGR Reporter HEK-293 DDX35' ™ Cell Line
1.5x107+ 1.5x1071
3 1x1074 € a0
= -~
g 5
¢ g
= . & .
E o 5x10%4 £ 5x10%1
= £
= z
=
04— : T r 1 0 7 r 1
-6 4 2 0 2 -4 2 2 4
Log[Glucagon (1-29)(ug/mL) Log[Glucagon {1-29)(nM)
H_GCGR Reporter HEK-293 DDX351TM H_GCGR Reporter HEK-293 DDX35TM
EC50 | 0.001745 EC50 | 0.5011

Fig 4. BAESEIR O BN 2507 ot Bk FE AN R JR U B2 4 SR J 2D

s AEYIREL (Rl AR
AAT AL BRI i,

7S]
PR T AT
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GCGR

H GCGR Reporter CHO-K1 Cell Line
H_GCGR CHO-K1 Cell Line

Mouse GCGR HEK-293 Cell Line

Anti-H GCGR hlgG2 Antibody(volagidemab)

H GCGR Reporter HEK-293 Cell Line
H_GCGR HEK-293 Cell Line

GLP1R

H_ GLPIR Reporter CHO-K1 Cell Line

H_ GLPIR Reporter HEK-293 DDX35TM Cell Line
H GLPIR CHO-K1 Cell Line

Mouse GLP1R HEK-293 Cell Line

Anti-GLPIR hIgG1 Antibody(mAb-36986)

H GLPIR Reporter HEK-293 Cell Line
Cynomolgus GLP1R HEK-293 Cell Line
H GLPIR HEK-293 Cell Line

Anti-H GLP1R hlgG1 Antibody(glutazumab)

FGF21:FGFR

H FGF21 Reporter HEK-293 Cell Line
CALCA(CGRP):

H CALCRL RAMP1 Reporter HEK-293 Cell Line

Cynomolgus CALCRL RAMP1 HEK-293 Cell Line
H_CALCRL RAMPI HEK-293 Cell Line
Anti-CALCRL RAMP1 hlgG2 Antibody(Erenumab)

CALCRL RAMP

H_CALCRL RAMPI Reporter HEK-293 DDX35TM
Cell Line

H_CALCRL RAMPI1 CHO-K1 Cell Line

GIP:GIPR

H GIPR Reporter CHO-K1 Cell Line
H_GIPR Reporter HEK-293 DDX35TM Cell Line
H GIPR CHO-K1 Cell Line

H GIPR Reporter HEK-293 Cell Line
Cynomolgus GIPR HEK-293 Cell Line
H GIPR HEK-293 Cell Line
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Mouse GIPR HEK-293 Cell Line
Anti-H_GIPR hlIgG1 Antibody(AMG-133)
ACVR2A: ACTRIIB: Active A

ACVR2A KO HEK-293 Cell Line Activin A Reporter Cell Line

H_ACVR2A Reporter Cell Line H_ACVR2B Reporter Cell Line

H_ACVR2B HEK-293(ACVR2A KO) Cell Line ACVR2B KO HEK-293 Cell Line

H_ACVR2A HEK-293(ACVR2B KO) Cell Line H_ACVR2B CHO-K1 Cell Line

Anti-ACVR2B hlgG1 Antibody(Bimagrumab) Anti-ACVR2B hlgG1 Antibody(Fab-17G05)
Anti-ACVR2B mlgG2a Antibody(Bimagrumab) Anti-H ACVR2B hlgG1 Reference Antibody(Bimbio)

Biotinylated Human ACVR2A Protein; His-Avi Tag Biotinylated Human ACVR2B Protein; His-Avi Tag
Biotinylated Mouse ACVR2A Protein; His-Avi Tag Biotinylated Mouse ACVR2B Protein; His-Avi Tag

Human Activin A Protein; His Tag Human Activin B Protein; His Tag
Human ACVR2A Protein; hFc Tag Human ACVR2A Protein; His Tag
Human ACVR2B Protein; hFc Tag Human ACVR2B Protein; His Tag

Mouse ACVR2B Protein; His Tag

AMY: CALCR RAMP

H_CALCR RAMP3(AMY3) Reporter CHO-K1 Cell

: H_CALCR Reporter CHO-K1 Cell Line
Line i

fE R VR L

AR L AT AR BT R SR AN AT R R ATAN W] RO T RORUCRIR T 4R AV RT
N BV REVERIMRL, AR, FAG BIEEE R VR BT AL

FEF WA R W] J5 2 8], B nl 7 A e EMEA 7 BB &R . P T T A B 2. 2K
B FHRAE AR DT SO B TR R AR e S M) BRI BERE . RS
AR T AR5 =I5 AR T AN TN RIRT ST H RO TIAE A

PETHTE 275 T I 4 R
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https://www.genomeditech.com/cell-line/ACVR2A-KO-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Activin-A-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2A-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-HEK-293-ACVR2A-KO-Cell-Line
https://www.genomeditech.com/cell-line/ACVR2B-KO-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2A-HEK-293-ACVR2B-KO-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-ACVR2B-hIgG1-Antibody-Bimagrumab
https://www.genomeditech.com/antibody/Anti-ACVR2B-hIgG1-Antibody-Fab-17G05
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https://www.genomeditech.com/antibody/Anti-H_ACVR2B-hIgG1-Reference-Antibody-Bimbio
https://www.genomeditech.com/protein/Biotinylated-Human-ACVR2A-Protein-His-Avi-Tag
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https://www.genomeditech.com/protein/Human-ACVR2A-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-ACVR2B-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-ACVR2B-Protein;-His-Tag
https://www.genomeditech.com/protein/Mouse-ACVR2B-Protein;-His-Tag
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https://www.genomeditech.com/cell-line/H_CALCR-Reporter-CHO-K1-Cell-Line

