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Fig 1. Signal pathway diagram
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1. 4iffsEsR. RF. RHEAES

Y T3 R R F12K+10% FBS+1% P.S

AR A TR F12K+10% FBS+1% P.S+4 pg/mL Blasticidin+200 pg/mL G418+4 pg/mL
Puromycin

LR AT - 90% FBS+10% DMSO

Assay Buffer: F12K+1% FBS+1% P.S

2. WM AHES

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
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
F12K 500 mL BOSTER/PYG0036
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
Tirzepatide / Aladdin/T412109
Anti-GLP1R hIgG1 Antibody(mAb-36986) / Genomeditech/GM-51168AB
Anti-H_GIPR hIgG1 Antibody(AMG-133) / Genomeditech/GM-84915AB
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit

A A
Equipment Manufacturer/Catalogue No.
X ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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a)  37°C/KIBBATUAE 3G TR0, I THE (1) T WREGFER 1 E 2R, FREGERE, FHARR
EHEFRE SmL £ 15 mL B0, BhRER, BERASHEIERNEKEFRE.

b)  MBEE B G FREON 37°CTE a) BRI ERR, MEEEK. BRATDEE 16-
T KW R, 20 SRR TR 22 /K T DL R AR R 24 h J5, BE SN BERS L. 2 P S
s, BERININIEL GBS 2-3 75480 . FERT 60%, BPn b Tanfufe Q. HEE4MR

¢)  H 70% O EEAIRATE SN AR TS G J L FEARELBI N 1:4-1:5, 2-3 AL,

Ko (EEYZEESEEEPBREFETT b)) CHILBEE IR MEEFREF £, 10em L0 2
IR FEFE R IR 0 B OE Y, BRIR mL PBS JE¥E 1 K.

5], 176 xg, B0 3min, H4UMYUIHE, ¥ L ¢ 3F PBS, 1 mL 0.25% Trypsin-EDTA 1k
5o W, 37°C VAL 2-3 min, SR TS,

d) A 1 mL o5t Eg, wHUHESE d)  FPAPRARE, AR BREA L, 5o 2E BN
H &M E e BT s 4, FE4EH> 3 x 100 B REERS, N 2 mL A A A KB FRIETR
cells/mL . S bTEA, AN LIRET IR, 176 x g

e) JEIIAMINE FREEFREEMIEA, AR A F U ES 0 3 mins
FEF 2-3 x 10° cells/mL, RIS A o) F LG, MEIUEHERKERERS, RIE
N, K oA B S IE B TR L FEARHT A0 M2 FE 7 i CRR A 35 77 L [ AR A g

M, RS A0 N 20-30%) -

3. MG ERFEI:

a) RRABREE, HRERAREED, A

a) fHMH 176 x g, 3 min B O Wk K TR A, Tk

b) 3 FH YA 4 R AF T (90% FBS + 10% ot
DMSO) AL, MMEHILWES S <10\ eps ity s6°C Mt 30 400, I M
cells/mL, % 1 mL 73S QM05 A5 . R, (AR B kS U KB T

o IRE&ET, &4ILE, BMIEFEEETHE AL T
P, -80°C T RfFED 1 R, RIRER
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AT OB

B S BERAREAE, SFFASE:, 7 H GLPIR GIPR Reporter CHO-K1 Cell Line 4]

JIE 1 x 10* cells/FL. ARS8 H Tirzepatide /£ NBAPEZG4, Conc.01 ¥KJE N 300 pM,

3 fEREEERRE, Conc.01-Conc.09 43 HIHEA7E B2-B10, B11 A4 0 WREENTRE . JEFEFLIIA 100

uL PBS, LPABIEALZAEK .

FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
. . 300.00 | 100.00 33.33 11.11 41152  137.17 45.72
Tirzepatide PBS
pM pM pM pM
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) ESCIRAT 16-24 h, KA WG FRM P B, A B OIERAIYTE, EAEE

GRS AN, A INANMLE SO U AR IR O 1 % 10°

cells/mL. PAHEFEHN 100 pL 4/ FLZ 08 10 4ANFL. IR FLIN 100 uL PBS. % L

i, TR AR -

b) M 1 AT 96 ALV IRARHE S 25 VIR

c) BFEAFENZEYY, fEH-—4T (41 B2-B10)

d) BRARE

FLYEZE N fif iR BB A & 772
i 1.21 pL i#%#+240 pL Assay Buffer,
Tirzepatide 207.75 uM 32.46 nM
IR G GG LR R R AT BHBOR FE

e) 96 fL VJEMRH, SN Assay Buffer, &FLAFINL RN, @1 B2 FLAIA 180 pL Assay

Buffer, B3-B11 4L, JIA 120 uL Assay Buffer.
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) IO RRAR A DA S BRI ZIEE — MR RESL P (i B2 A 1.68 uL

Tirzepatide) , ¥&%J.

BRI | BRISERVREL, (RO BIFLIRAEL 60 uL, AL | x|
1 2 3 4 5 6 7 8 9 10 11
BN 1.68 uL
VN 180 uL | 120 uL | 120l 120pL 120l 120l 120l 120 pL 120 pL 120 pL
Tirzepatide

g)  MEE—EEEEREESL B2 KA 60 L, IR —AEEEMEESL B3, FEMRA.

h)  DAESEHE,

HEH 9 MEERELL (B10) .

) RPERa AR AU, REALIRFE 100 pL HiFREE.

B AN ZETHES L (B EERR R, AEFL 100 pL.

k) @ LRE,

T 37 °C COL B =M HEF% 6 ho

) ARSI Luciferase.

2) &G E RN
B SR B P

Line

H_GIPR Reporter HEK-293 Cell 0nM 300 pM 596.05 aM

51672 2753885 39686

3) WIEER
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2x10°

1x10°4

Luminescence (RLU)

0+ T T 1
-2 -1 0 1 2 3
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EC50 | 10.07
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Fig 2. Response to Tirzepatide. The H_ GLP1R GIPR Reporter CHO-K1 Cell Line (Cat. GM-C45918) at a
concentration of 1E4 cells/well (96-well format) was stimulated with serial dilutions of Tirzepatide
(aladdin/T412109) in assay buffer (F12K + 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 [53.3]. Data are shown by drug molar concentration.
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Fig 3. H GLP1R GIPR Reporter CHO-K1 Cell Line (Cat. GM-C45918) Was determined by flow cytometry using
Anti-H_GIPR hIgG1 Antibody(AMG-133) (Cat. GM-84915AB).

SamplelD Geometric Mean : R675-H
| CHO-K1 Anti-GLP1R+APC 2nd Ab 1167
H_GLP1R GIPR Reporter CHO-K1 H_IgG+APG 2nd Ab 1227
| H_GLP1R GIPR Reporter CHO-K1 Anti-GLP1R+APC 2nd Ab 113566

Normalized To Mode

R675-H :: APC-H

Fig4. H GLPIR GIPR Reporter CHO-K1 Cell Line (Cat. GM-C45918) Was determined by flow cytometry using
Anti-GLP1R hIgG1 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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