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MCA4R CEEBIRZAR 4) 2 — oA THRsa /4110 G EHEEZ4E (GPCR) ,
£ N R R B A A S RO TR G, B RRMARE IR T Y o
MSH (o-PBREAMHBER) BOLE WS HU Setmelanotide 5 MC4R S5& 1, ARG, @
OB cAMP {55 BB IEIE TS S5 SR RIRIL.

Y H_MC4R Reporter HEK-293 Cell Line R 5 HF MR, & —FF Luciferase
TR R IR SRR G S, WS FUEES, IS BRI (Luciferase) FI3E
i%. Luciferase BB RIS B BR BUERCR, BIHATHT MCAR AHIR 23R AR SN BURTE
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o-MSH ‘01‘ Q Setmelanotide
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cAMP 1 ATP
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v MIREE
1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I 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. BAIFEHHEE
e
Reagent Specification Manufacturer/Catalogue No.
DMEM 500 mL Gibco/C11995500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
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 Treated 96-well Corning/3912
Microplate
a-MSH 5 mg RHAWN/R032275
Setmelanotide 5mg MCE/HY-19870
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
EIRVE
Equipment Manufacturer/Catalogue No.
i IR A NS ThermoFisher Scientific/Countess 3
B hRAL Moleculardevices/SpectraMax L
SEMREL (B AABRAF Genomeditech (Shanghai) Co., Ltd
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1. 4IRS H

E: NHRB SR, NIERENRFH S SR

I WRER ARG REASMT, HHETR

R, TEEMEAEIE-70°C, BIATE-70°C THFS SRS

PR,

a)  37°CKIEATIRE TR TR AL, INTIIE (1 B 75 85 %
£ S5mL £ 15mL 808,

b) MR HH R A A0 I O RGBT 37°CE IR K i
9, RGBT R 2K T DA N R AR R S AR, ELEIN
MRt GEE 2-3 7380 .

c) M 70% CEFHEAGRAFE M CLRRARTS Qe i LA AR AR
W A EGR G R R AR E 40 SR e B B
LB ) ELE T, BEIRS), 176 x g, B 5min,
fEamp e, #Eis.

d) fH | mL ZIpEFRRER, B & BHE
Pt BRI, THAAAE> 3 x 10° cells/mL.

e) JERAMINEIRREIRIEIIEA, VRIS A H 2-3
x 10° cells/mL, ARHE AL SRR, R g3 2]
EEHRE TR

3. YHIGA

a) {#/H 176 x g, 3 min B CYCEEL.

b) fEFATAMEER (90% FBS +10% DMSO) HE
YA, AHAREETIEEN S x 10 cellsymL, % 1 mL
G338 B AR AR AT R R

C) IEETF, E4kid)E, BATEETHERELE
Hi, 80°C FRIFEA 1 R, RUEAE S A .

2. YHfEAEAR (BL 10 em IMHH))

*: MREFEN 1 E 2R, FREHERE, SRR

ShEE, BERATHEIERNEKERE.

a) A LA, MHEEAEK. BT E 16-24 h
Ja, BRI BINGRERS L, AR R LA E] 80%,
T AT A AL A HERF A RALACLE By 1:3-1:4, 2-
3 RAAR. EERRRE AT 80%, 750 AT AE <>
0 2 B RS B0 95 .

b) R ILEREE TR P B TR 25, 10 cm [N 2 mL PBS
TP 1R

¢) & PBS, /il 1 mL0.25% Trypsin-EDTA JH4L#, 37°C
AL 30-60 s, A TS,

d) FrgupaAzIs, 0 e BRI S, A0 R TG B B
BEWF, 02 mL e AR KR FRIIR A & 1EH L, KA

HI/NOIRFT IR, 176 x g ZiE B0 3 min.

HEFEMR:

a) RN, SEERBE, BTERIR, RS
FYREH, RERER, HRERARSED, H
AEKERETRE.

b) HEEREEAEL 80%, HNWRELSEHAMZE
BRI FBUE MRS -

¢) FBS [MiEFH 56°C M0 30 434k, WRIFEFMERE
Wi, EARZEREALHAEKE TR 75
W,

S EMREL (R AIRAF]
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Ny RS GRED
1. BUEFBAE SR

B SRR, X T A2, i H MC4R Reporter HEK-293 Cell Line 4H i &
N 1.5% 104 Cells/fL. #5357 a-MSH (1664.88 Da). Setmelanotide (1117.31 Da) . #2IAZ&HK
J&(Conc.01) 15200 nM, 5 %46 £ B¢ . Conc.01-Conc.09 43 I HEAR 7£ B2-B10C K} 5 a-MSH)
1 C2-C10 (X} Setmelanotide) , BI1 A1 CI11 4y 0 3Rk EXIE . A EEN 100 uL PBS, AR 1L

LALFEK
FLAR A fR -

1 2 3 4 5 6 7 8 9 10 11 12

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

a-MSH PBS PBS

@)

Setmelanotide PBS PBS

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

T O " m U

1) InkePER
a) FESCIOHT 16-24 h, UMM IEFRM PECE, BOUCEAIIRYIE, R e AR TR
HE, RINANNE AR, P DL e s SRR A IR LA 1.5 % 10° cells/mL.
PAFERG N 100 pL 40/ AL 2 Al fL. & BB FLI0 100 uL PBS. w5 B, Ti#dE
A= BuR/ 8
b) A 1 AT 96 LV RARHE % 25 R
¢ BN, fE/H—4T (W B2-B10. C2-C10)

d) BRARE

2 AR fift il BER [WEWaRES
a-MSH 1 mg/mL 0.01 mg/mL HU 2 uL fi##i+198 uL Assay Buffer
Setmelanotide 10 mM 0.01 mM HL 2 uL fi##i+1998 uL Assay Buffer
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e)

96 L V JE&MR ', JIA Assay Buffer, SFLAFIIL TR, 1B2. C2 fLa7lnA
150 uL Assay Buffer, B3-B11. C3-C11 fL, fHA 120 uL Assay Buffer.
WA [E AR AR AR DUARE S B, IRNBIEE —AMBEEERMOREL A (i B2 A 5.17

uL a-MSH, C2 #IA 3.06 pL Setmelanotide) , JR%].

BRI | BRIERREL, HRUCOTELIREL 30 pL, AL | x|
1 2 3 4 5 6 7 8 9 10 11 12
|

5.17 uL

JIIPN 150 pL 120 pL | 120 pL | 120 pL 120 pL 120 pL | 120 pL 120 pL | 120 pl | 120 pL
a-MSH
3.06 uL

PN 150 pL 120 pL | 120 pL | 120 pL 120 pL 120 pL | 120 pL 120l | 120 pl | 120 pL

Setmelanotide

g)

h)
i)
),
k)

D

MEE 1T ABREERREL B2y C2 FFAr L 30 uL, HINE 5 B0 RLKIEE 2 ANBh B
FefL B3, C3, AR

PASLISHE, B Z=&E —MEEMELL (B10. C10) .

KL% a WAL RMALBRIC, o 1.

I IR h e &4 1R FER R, FE9L 100 pL.

# bAREE, T 37°CCOy BRfh iR 6ho

A5 FH S FE AN RF7) &, A Luciferase

2) WEZEFKRN
SR s FE R I SO 12 <

0nM 200 nM 512 ftM
a-MSH
110738 95743924 109368
, 0 nM 200 nM 512 M
Setmelanotide
147269 93005471 145527
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3) WIFER

H_MC4R Reporter HEK-293 Cell Line

EC50
1.2x108- ©- a-MSH 0.9772

5 A Setmelanotide 0.1528
o=
% 8x107-
3
=
3
g 4x1074
E
=
_

0..

4 2 0 2 '

Log,g[Sample] (M)
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Relative expression of H_MC4R

Fig 3. RT ZRiF&E 3

Bt % 2 cAmp R

HTRF cAmp Assay

H_MCA4R Reporter HEK-293 Cell Line ECS0

a-MSH  0.0006833
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Fig4. ¥ H_MC4R Reporter HEK-293 41l LL 7500 cells/fL HIZ EERFANT A 384 FLAFLIR (5 uL/fL)
W BRI IR ERRERIN a-MSH (GlpBio/GP10060) ¥, HFE=IR THE 30min. ZRJ5MiH] HTRF
c¢AMP Gs Dynamic Detection Kit (revvity/62AMA4PEB) % & i Ut B F5 A7/, 18

Molecular Devices i3x 2 IHREIEMRAL, L 340 nm #K%G. 7E 616 nm Fl 665 nm K NI E KEHE T . 1
fH LA 665 nm/616 nm *100000 (HTRF Ratio) #7x, FHH Tt EC50 {H.

jatlls
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GCGR

H_GCGR Reporter CHO-K1 Cell Line

H_GCGR Reporter HEK-293 DDX35TM 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
Cynomolgus GCGR HEK-293 Cell Line
H_GCGR HEK-293 Cell Line

GLPIR

H GLPI1R Reporter CHO-K1 Cell Line

H_GLPIR Reporter HEK-293 DDX35TM Cell Line
Cynomolgus GLP1R GIPR CHO-K1 Cell Line
H_GLPIR CHO-K1 Cell Line

H_GLPIR HEK-293 Cell Line

Mouse GLP1R HEK-293 Cell Line

Anti-GLPIR hIgG1 Antibody(mAb-36986)

H GLPI1R Reporter HEK-293 Cell Line
H_GLPIR B-Arrestin Reporter CHO-K1 Cell Line
Cynomolgus GLP1R HEK-293 Cell Line
H_GLPIR GIPR CHO-K1 Cell Line

Mouse GLPIR GIPR CHO-K1 Cell Line

Anti-H GLP1R hlgG1 Antibody(glutazumab)

FGFR1

H FGF21 Reporter HEK-293 Cell Line
Human FGF-21 Protein; His Tag
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
Cynomolgus GIPR HEK-293 Cell Line

H_GIPR HEK-293 Cell Line

Mouse GIPR HEK-293 Cell Line

Anti-H_GIPR hIgGl Antibody(AMG-133)

H_GIPR Reporter HEK-293 Cell Line
Cynomolgus GIPR CHO-K1 Cell Line
H_GIPR CHO-K1 Cell Line

Mouse GIPR CHO-K1 Cell Line

ACVR2A: ACTRIIB: Active A

ACVR2A KO HEK-293 Cell Line

BRE Reporter 293 Cell Line

H ACVR2B Reporter Cell Line

H ACVR2A HEK-293(ACVR2B KO) Cell Line

H ACVR2B HEK-293(ACVR2A KO) Cell Line
Anti-ACVR2B hlgG1 Antibody(Bimagrumab)
Anti-ACVR2B mlgG2a Antibody(Bimagrumab)
Biotinylated Human ACVR2A Protein; His-Avi Tag

Activin A Reporter Cell Line

H ACVR2A Reporter Cell Line
ACVR2B KO HEK-293 Cell Line
H ACVR2B CHO-K1 Cell Line

Anti-ACVR2B hIgG1 Antibody(Fab-17G05)
Anti-H ACVR2B hlgG1 Reference Antibody(Bimbio)
Biotinylated Human ACVR2B Protein; His-Avi Tag
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https://www.genomeditech.com/cell-line/H_GCGR-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GCGR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GCGR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GCGR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GCGR-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-H_GCGR-hIgG2-Antibody-volagidemab
https://www.genomeditech.com/cell-line/H_GLP1R-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-%CE%B2-Arrestin-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GLP1R-GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GLP1R-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GLP1R-GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GLP1R-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-GLP1R-hIgG1-Antibody-mAb-36986
https://www.genomeditech.com/antibody/Anti-H_GLP1R-hIgG1-Antibody-glutazumab
https://www.genomeditech.com/cell-line/H_FGF21-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/protein/Human-FGF-21-Protein;-His-Tag
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_CALCRL-RAMP1-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-CALCRL-RAMP1-hIgG2-Antibody-Erenumab
https://www.genomeditech.com/cell-line/H_GIPR-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GIPR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GIPR-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-H_GIPR-hIgG1-Antibody-AMG-133
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/BRE-Reporter-293-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/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/cell-line/H_ACVR2B-HEK-293-ACVR2A-KO-Cell-Line
https://www.genomeditech.com/antibody/Anti-ACVR2B-hIgG1-Antibody-Bimagrumab
https://www.genomeditech.com/antibody/Anti-ACVR2B-hIgG1-Antibody-Fab-17G05
https://www.genomeditech.com/antibody/Anti-ACVR2B-mIgG2a-Antibody-Bimagrumab
https://www.genomeditech.com/antibody/Anti-H_ACVR2B-hIgG1-Reference-Antibody-Bimbio
https://www.genomeditech.com/protein/Biotinylated-Human-ACVR2A-Protein-His-Avi-Tag
https://www.genomeditech.com/protein/Biotinylated-Human-ACVR2B-Protein;-His-Avi-Tag
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Biotinylated Mouse ACVR2A Protein; His-Avi Tag Biotinylated Mouse ACVR2B Protein; His-Avi Tag

Human Activin A Protein; His Tag Human Activin A Protein; His Tag (CHO)
Human Activin B Protein; His Tag Human ACVR2A Protein; hFc Tag
Human ACVR2A Protein; hFc Tag (Sotatercept) Human ACVR2A Protein; His Tag
Human ACVR2B Protein; hFc Tag Human ACVR2B Protein; His Tag
Human latent GDF-8 Protein; His Tag Mouse ACVR2A Protein; His Tag

Mouse ACVR2B Protein; His Tag

H_CALCR RAMP3(AMY3) Reporter CHO-K1 Cell
Line

AMY: CALCR RAMP
H_CALCR Reporter CHO-K1 Cell Line

ASGRI1

H ASGRI1 CHO-K1 Cell Line H ASGR1 HEK-293 Cell Line

(NN
AR A AR, BRI 50 LA R AR S (AT B

AGHHL F ™ SR TR, AR TR R i

AP A T N EE R G, AR IR T AR RS

JFH P e 9 R d Al 55 0 28 =7 AR B T A AT AR 240 5 RHIEVE BBl 9 A8 A RORE R L 1A, ANEEEAT 81, R
AFFEFT AR SR CRERSRIBNLIED 22k & Babs DLl T AR 0 & W5 A= p L .

WNFR A it A BV DA 38, U35 E RS F i E YRt (Rl A IRA = I veT,

PRSI AR T AR (R FIRAF.
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https://www.genomeditech.com/protein/Biotinylated-Mouse-ACVR2A-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Biotinylated-Mouse-ACVR2B-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Human-Activin-A-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-Activin-A-Protein;-His-Tag-%28CHO%29
https://www.genomeditech.com/protein/Human-Activin-B-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-ACVR2A-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-ACVR2A-Protein-hFc-Tag-%28Sotatercept%29
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
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