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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.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
DMEM 500 mL gibco/C11995500BT
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
Cell Culture Dish 10 cm NEST/704001
96 well White Flat Bottom Polystyrene Not  96-well Corning/3912
Treated Microplate
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
Gastric Inhibitory Peptide (GIP), human 0.5 mg GenScript/RP10795
Anti-H_GIPR hIgG1 Antibody(AMG-133) / Genomeditech/GM-84915AB

A

Equipment Manufacturer/Catalogue No.
AHARTH X ThermoFisher Scientific/Countess 3
B hRAL Moleculardevices/SpectraMax L
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Fig 2. Response to GIP. H_GIPR Reporter HEK-293 Cell Line (Cat. GM-C24030) at a concentration of 1.5E4

cells/well (96-well format) was stimulated with serial dilutions of Gastric Inhibitory Peptide (GIP), human
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(GenScript/RP10795) in assay buffer (DMEM + 1% FBS + 1% P.S) for 16 hours. The firefly luciferase activity

was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [21.4].
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Fig 3. Response to Anti-H_GIPR hIgG1 Antibody(AMG-133). Serial dilutions of the Anti-H_GIPR hlgG1
Antibody(AMG-133) (Cat. GM-84915AB) was incubated with 1.5E4 cells/well of the H_GIPR Reporter HEK-293
Cell Line (Cat. GM-C24030) in a 96-well plate for 1 hour in assay buffer (DMEM+10% FBS+1% P.S).
Subsequently, the GIP(Human) (PHOENIX/027-02) at a concentration of 0.25 nM was added, and the coculture
proceeded for an additional 16 hours. Firefly luciferase activity is then measured using the Luciferase Reporter

Assay Kit (Genomeditech). The results indicated maximum blocking folds of approximately [24.3].
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Fig 4. The passage stability of the H GIPR Reporter HEK-293 Cell Line (Cat. GM-C24030) was determined by
flow cytometry using Anti-H GIPR hlgG1 Antibody (AMG-133)(Cat. GM-84915AB).
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Fig 5. The passage stability of response to GIP. The passages 9, 17, 29, and 34 of H_ GIPR Reporter HEK-293 Cell
Line (Cat. GM-C24030) at a density of 1.5E4 cells/well (96-well format) were stimulated with serial dilutions of
Gastric Inhibitory Peptide (GIP), human (Genscript/ RP10795) in assay buffer (DMEM + 1% FBS + 1% P.S) for
16 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech).

Data are shown by drug molar concentration.
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Fig 6. H GIPR Reporter HEK-293 cells were seeded at a density of 7500 cells per well in white 384-well
microplates (5 pL per well). Gradient-diluted human GIP solutions were then added, and the cells were incub
ated at room temperature for 30 minutes. The HTRF cAMP Gs Dynamic Detection Kit (Revvity, Cat. No. 62AM
4PEB) was used according to the manufacturer’s instructions. Fluorescence signals were measured using a
Molecular Devices i3x multi-mode plate reader with excitation at 340 nmand emissions detected at 616 nman
d 665 nm. The data were expressed as the 665 nm/616 nm x 100,000 (HTRF Ratio) and used to calculate the
EC50 value.
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