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Fig 1. Signal pathway diagram
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2t B 5 1 R A DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pug/mL G418+125 pg/mL
Hygromycin+0.75 pg/mL Puromycin
2N MR AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. MR
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 lg Genomeditech/GM-040402-1
Hygromycin lg Genomeditech/GM-040403-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
DMEM 500 mL Gibco/C11995500BT
96-well U-bottom Plate 96-well Saining/1014010
96 well round cell culture plate 96-well PakGent/CL-PT096
96-well White Opaque Plate 96-well Thermo/236108
Retatrutide / Targetmol/T76279
Glucagon (1-29) / MCE/HY-P0082
GIP(Human) / Genscript/RP10795
Tirzepatide / aladdin/T412109
Semaglutide / aladdin/S774153
Survodutide / MCE/HY-P4146
Anti-GLPIR hIgG1 Antibody(mAb-36986) / Genomeditech/GM-51168AB
Anti-H_GIPR hlgG1 Antibody(AMG-133) / Genomeditech/GM-84915AB
Anti-H _GCGR hIgG2 Antibody(volagidemab) / Genomeditech/GM-84555AB
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
A AR
Equipment Manufacturer/Catalogue No.
MR E ThermoFisher Scientific/Countess 3
Al AR AX Moleculardevices/SpectraMax L
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AT OB

BAES BERTREAL, XFTASLE;, #E7F H GLPIR GIPR GCGR Triple Reporter 293 Cell

Line il &N 1.5 x 10* cells/FL o AIRELL1$ FH Retatrutide 1F ABHMEZG4), Conc.01 ¥ E N 10
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IR AN, A DA RIS DU, DA SE e IR AR R R AR FE D 1.5 %
105 cells/mL. CAHEFE N 100 uL 4HAR/FL 2 (8] 10 A~FL. JEEFFL0 100 uL PBS.
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b) M 1 AT 96 ALV IRARHE S 25 VIR
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LY EZY fif iR BE A & 772
i F 2 uL fif#i+18 uL Assay Buffer,
Retatrutide 1 mM 1 uM
SR JE [FIRE T VL RSB 2 IR

e) 96 fL VJKHRH, A Assay Buffer, SRR TR, 41 B2 fLIIA 137.1 uL Assay

Buffer, B3-B11 4L, A 120 uL Assay Buffer.

s EMRE (R AIRAF]

AP AR,

TR T AT

Genomeditech (Shanghai) Co., Ltd
For research use only !

7/ 12




oo}

T O ™9 m g O

Genomeditech (Shanghai) Co.,Ltd.

G Eiﬁi’aﬂ*ﬁ Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

) IO RRAR A IUAE S BRI ZIEE — MR RESL R (i B2 A 1.39 ul

Retatrutide) , B2

BRI | BOERRE L, HUNTELIREL 17.14 L, IIAIKEL | x|

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

BN 1.39 uL

Retatrutide

120 L | 120 L 120 pL 120l 120pL  120pL 120 pL 120 L | 120 pL

g MHEABEEFRIL B2 FREL 17.14 uL, IIANEE “ABEFRIL B3, MR
e
h)  DAEHE, B2 9 MEEMEL (B10) .
) KPR a E A RSB, BEFLFE 100 pL B oRdE .
B OMAZATHER AT RIS E MR, AFFL 100 pL.
k) 5 EWREE, T 37°CCOy 5% 6 he
) YRR Luciferase.
2) s HEE R
SHA SRR 15

H_GIPR Reporter HEK-293 Cell 0 nM 10 nM 596.05 aM
Line 3295 253379 4037
SR (Rl BIRAF Genomeditech (Shanghai) Co.,Ltd

AR F P BRI g, TR AR T ARIAST ! For research use only !

8/ 12




Genomeditech (Shanghai) Co.,Ltd.
=
ﬂ)ﬁiﬂaﬂ;a Order: 021-68455258/50432826/50432825
=) Genomeditech Toll-free: 400 627 9288

Email: service@genomeditech.com

3) WirgR

H_GLPIR GIPR GCGR Triple Reporter 293 Cell Line

3x1054
2x10°+

1x10%4

Luminescence (RLU)

0+ T

-4 2 0

Logig[Retatrutide] (nM)
H| GLPIR GIPR GCGR Triple Reporter 29
EC50 | 0.01933

Fig 2. Response to Retatrutide. The H_ GLP1R GIPR GCGR Triple Reporter 293 Cell Line (Cat. GM-C44406) at a
concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Retatrutide
(targetmol/T76279) in assay buffer (DMEM + 1% FBS + 1% P.S) for 6 hours. The firefly luciferase activity was
measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [76.9]. Data are shown by drug molar concentration.
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H GLPI1R GIPR GCGR Triple Reporter 293 Cell Line

s EC50
S5x10°1 - GIP(Human)  0.1191
4105+ & Tirzepatide 0.02726

Semaglutide 0.09389
& Survodutide 0.06464
% Retatrutide 0.01860
=4 Glucagon (1-29) 0.6815

3x1054

2x10°4

1x10%4

Luminescence (RLU)

0+ T T 1
-5 -3 -1 1 3

Logl0 [Sample] (nM)

Fig 4. Response to Glucagon (1-29), GIP, Tirzepatide, Semaglutide, Survodutide, Retatrutide. The H GLP1R
GIPR GCGR Triple Reporter 293 Cell Line (Cat. GM-C444006) at a concentration of 1.5E4 cells/well (96-well
format) were stimulated with serial dilutions of Glucagon (1-29), GIP, Tirzepatide, Semaglutide, Survodutide,
Retatrutide in assay buffer (DMEM + 1% FBS + 1% P.S) for 6 hours. The firefly luciferase activity was measured
using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was approximately

[63.3],[56.5],[48.8],[51.3],[50.3] and [60.3]. Data are shown by drug molar concentration.
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100 = SamplelD Geometric Mean : R675-H
W HEK-293 Anti-GCGR+APC 2nd Ab 1412
H_GLP1R GIPR GGGR Triple Reporter 293 H_IgG+APC 2nd Ab 1352
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40 7

Normalized To Mode
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Fig 3. H_GLP1R GIPR GCGR Triple Reporter 293 Cell Line (Cat. GM-C44406) Was determined by flow
cytometry using Anti-H_GCGR hlgG2 Antibody(volagidemab) (Cat. GM-84555AB).
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SamplelD Geometric Mean : R675-H
HEK-293 Anti-GIPR+APC 2nd Ab 1064
H_GLP1R GIPR GCGR Triple Reporter 293 H IgG+APG 2nd Ab 1078
H_GLP1R GIPR GCGR Triple Reporter 293 Anti-GIPFR+APC 2nd Ab 1625670

Fig4. H GLP1R GIPR GCGR Triple Reporter 293 Cell Line (Cat. GM-C44406) Was determined by flow
cytometry using Anti-H_ GIPR hlgG1 Antibody(AMG-133) (Cat. GM-84915AB).

100 7

Normalized To Mode

R675-H :: APC-H

SamplelD Geometric Mean : R675-H

M| HEK-293 Anti-GLP1R+APC 2nd Ab 2250

a0 = . H_GLP1R GIPR GCGR Triple Reporter 293 Anti-GLP1R+APC 2nd Ab 371684
60 - |
40 a
20 7 d
bl
L B L T
1 3 a9 7
10 10 10 10

| H_GLP1R GIPR GCGR Triple Reporter 293 H_IgG+APC 2nd Ab 1573

Fig 5. H GLP1R GIPR GCGR Triple Reporter 293 Cell Line (Cat. GM-C44406) was determined by flow
cytometry using Anti-GLP1R hIgG1 Antibody(mAb-36986) (Cat. GM-51168AB).
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H_CALCRL RAMP1 HEK-293 Cell Line

CALCRL RAMP

H CALCRL RAMPI1 Reporter HEK-293 DDX35TM
Cell Line

H CALCRL RAMPI1 CHO-K1 Cell Line
Anti-CALCRL RAMP1 hlgG2 Antibody(Erenumab)
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Cynomolgus GIPR HEK-293 Cell Line
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Anti-H_GIPR hlgG1 Antibody(AMG-133)
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H_ACVR2A HEK-293(ACVR2B KO) Cell Line
H_ACVR2B HEK-293(ACVR2A KO) Cell Line
Anti-ACVR2B hlgG1 Antibody(Fab-17G05)
Anti-H ACVR2B hlgG1 Reference Antibody(Bimbio)
Biotinylated Human ACVR2B Protein; His-Avi Tag
Biotinylated Mouse ACVR2B Protein; His-Avi Tag
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Human ACVR2A Protein; His Tag

Human ACVR2B Protein; His Tag

Mouse ACVR2B Protein; His Tag
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