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Fig 1. Signal pathway diagram
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2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 ug/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. BAIFEH M
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
Anti-GLP1R hIgG1 Antibody(mAb-36986) / Genomeditech/GM-51168AB
Anti-H_GIPR hIgG1 Antibody(AMG-133) / Genomeditech/GM-84915AB
Anti-H _GCGR hlIgG2 Antibody(volagidemab) / Genomeditech/GM-84555AB
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
B
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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H_GLPIR GIPR GCGR Triple Reporter 293 Cell Line
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Fig 2. Response to Retatrutide. The H_ GLP1R GIPR GCGR Triple Reporter 293 Cell Line (Cat. GM-C44406) at a
concentration of 1E4 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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Fig 3. H GLP1R GIPR GCGR Triple Reporter 293 Cell Line (Cat. GM-C44406) Was determined by flow
cytometry using Anti-H GCGR hIgG2 Antibody(volagidemab) (Cat. GM-84555AB).
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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).
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Fig 5. H GLPIR GIPR GCGR Triple Reporter 293 Cell Line (Cat. GM-C44406) was determined by flow
cytometry using Anti-GLP1R hlgG1 Antibody(mAb-36986) (Cat. GM-51168AB).
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H_GCGR Reporter CHO-K1 Cell Line

H_GCGR HEK-293 Cell Line
Anti-H GCGR hlgG2 Antibody(volagidemab)

H_GCGR Reporter HEK-293 Cell Line
H_GCGR CHO-K1 Cell Line
Mouse GCGR HEK-293 Cell Line

GLPIR

H GLPI1R Reporter CHO-K1 Cell Line

H GLPI1R Reporter HEK-293 DDX35TM Cell Line
Cynomolgus GLP1R HEK-293 Cell Line
H_GLPIR HEK-293 Cell Line

Anti-GLPIR higG1 Antibody(mAb-36986)

H GLPI1R Reporter HEK-293 Cell Line
Tango-H_GLPIR CHO-K1 Cell Line
H_GLPIR CHO-K1 Cell Line

Mouse GLP1R HEK-293 Cell Line
Anti-H_GLPIR hlgG1 Antibody(glutazumab)

FGF21:FGFR

H FGF21 Reporter HEK-293 Cell Line

CALCA(CGRP): CALCRL RAMP

H CALCRL RAMP1 Reporter HEK-293 Cell Line

Cynomolgus CALCRL RAMP1 HEK-293 Cell Line
H CALCRL RAMP1 HEK-293 Cell Line

H_CALCRL RAMPI1 Reporter HEK-293 DDX35TM
Cell Line

H CALCRL RAMPI CHO-K1 Cell Line
Anti-CALCRL RAMP1 hlgG2 Antibody(Erenumab)

GIP:GIPR

H GIPR Reporter CHO-K1 Cell Line
Cynomolgus GIPR HEK-293 Cell Line
H_GIPR HEK-293 Cell Line
Anti-H_GIPR hiIgG1 Antibody(AMG-133)

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

ACVR2A: ACTRIIB: Active A

ACVR2A KO HEK-293 Cell Line

H ACVR2A Reporter Cell Line

ACVR2B KO HEK-293 Cell Line

H ACVR2B CHO-K1 Cell Line

Anti-ACVR2B hlgG1 Antibody(Bimagrumab)
Anti-ACVR2B mlgG2a Antibody(Bimagrumab)
Biotinylated Human ACVR2A Protein; His-Avi Tag
Biotinylated Mouse ACVR2A Protein; His-Avi Tag
Human Activin A Protein; His Tag

Human ACVR2A Protein; hFc Tag

Human ACVR2B Protein; hFc Tag

Human latent GDF-8 Protein; His Tag

Activin A Reporter 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(Fab-17G05)
Anti-H ACVR2B hlgG1 Reference Antibody(Bimbio)
Biotinylated Human ACVR2B Protein; His-Avi Tag
Biotinylated Mouse ACVR2B Protein; His-Avi Tag
Human Activin B Protein; His Tag

Human ACVR2A Protein; His Tag

Human ACVR2B Protein; His Tag

Mouse ACVR2B Protein; His Tag

AMY: CALCR RAMP

H CALCR RAMP3(AMY3) Reporter CHO-K1 Cell

Line

H CALCR Reporter CHO-K1 Cell Line
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