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1. 4iffsEsR. RF. RHEAES

AN Iy H IR 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

2R AT I 90% FBS+10% DMSO

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

2. MR
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 round cell culture plate 96-well PakGent/CL-PT096
96-well White Opaque Plate 96-well Thermo/236108
96-well U-bottom Plate 96-well Saining/1014010
Teduglutide / MCE/HY-P1624
Glepaglutide / MCE/HY-P2221
GLP-2(1-33)(human) / MCE/HY-P1024
GLP-2R Antibody (413801) / NOVUS/MAB4285-SP
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000 T Genomeditech/GM-040513C
A A
Equipment Manufacturer/Catalogue No.
Y A ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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a) 3TPCAKRMTIAE FIEFREE, MATHIEH v SRESER 1 E 2R, ERESERE, SERR
FFEHE S mL & 15 mL B0 PRER, BEIISERATNEKERE.

b)  MIE B R AL RGN 37°CHE a) R4 ERRIR, MEEEAE K. BRI E 16-
KRR, 2 SR T 92 2 /K T DA R e bR 24 hJ5, B VISR L. 4
R, BERINIRIEL GER 2-3 480 . BERT 60%, HIAlHEAT AR, M

c)  H 70% LB AT E SN LRSS G ) L FEARELBI N 1:4-1:5, 2-3 AL,

o AV ZERESEGFEPREAETR b)) CHILEEEFRHA R FREF 2, 10em L0 2
MBI EFEZPPIR @) SO0 T, BREIRE mL PBS JE%E 1 K.

5], 176 x g, &0 Smin, fF4HESTRE, L ¢ 3F PBS, Sl 1 mL 0.25% Trypsin-EDTA i1k
15 o Wi, 37°C 84k 2-3 min, B4R FALEL,

d) A | mL BpkEapdiE e, U d)  FrAHeRIE, ARuRIBR A S, 5 A A NI
&G B Bua a4, 7S 3 x 10° B BREERS, 0 2 mL A4 KRR
cells/mL . S bTEA, AN LIRET IR, 176 x g

o JEILFMINE I IREMIER, HEIEH B0 3 min.

FEF] 2-3 x 10° cells/mL, RABEMPERSIE o) F L, diEpe HAEKRFRIEER, RiE
R, AR B SE R SR L FEARHT A 25 FE 48 OHRAIE 35 7 ML g AR AN 48
s BETHE,  ARARS AN BN 20-30%) .

3. QR PR
a) HRFTRER, ERERARERD, 4

a) fHMH 176 x g, 3 min B O Wtk K TR, TG, Uk

b) A A 4H MR AE W (90% FBS + 10% o
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1. BEhFHHUEES

BRIl A AL, X T AR s286, #EFF H GLP2R Reporter 293 Cell Line 4H iy 1 .5%
104 cells/fL. ARS8 F Teduglutide. Glepaglutide. GLP-2(1-33)(human)fE A BH 12454,
=AW Cone.01 WKRFEYIH 100nM, 6 f5HEMFE, Teduglutide [#) Conc.01-Conc.09 437l
HEAGTE B2-B10, B11 ¥ 0 KRR, Glepaglutide ) Conc.01-Conc.09 43 IHEAR#E C2-C10,
C11 M 0 ¥EEXTI; GLP-2(1-33)(human)f¥] Conc.01-Conc.09 4 HIHEAT 7E D2-D10, D11 40

WREERHIE, LI 100 uL PBS, ARG IEBFLEEK .

TR HAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
. 100.00 16.67 2.78 462.96 77.16 12.86
Teduglutide | PBS PBS
Glepaglutide | PBS PBS
GLP-2(1-
PBS PBS
33)(human)
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) HnkEB IR

a) TESEIGET 16-24 h, HAHMEAIEIHMAEC, RO B YTE, fEAEE S
G IR AR EE A, AL ST 1 DU R SRR R AR Y 1% 10°
cells/mL. CAHEFEAN 100 pL 40 /L2 la) L. J& L)L AN 100 pL PBS. 7% AR,
TR E L R

b) fEH 1T 96 fL U AR IHER 25 R .

o) FAFFNZY), MiFH-—47 (W1 B2-B11. C2-C11. D2-DI1) .

d) BHERCE

kYR fil il (530 L WIRES

Teduglutide 1 mM 10 uM HY 2 uL f##+198 uL Assay Buffer
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Glepaglutide 1 mM 10 uM HY 2 pL i +198 uL Assay Buffer
GLP-2(1-
1 mM 10 uM B 2 pL fi#i%+198 uL Assay Buffer
33)(human)
e) 96 fL U JKHRH, MM Assay Buffer, SfLIAFIILTIZE, @1 B2, C2. D2 fL&ZMA

144 uL Assay Buffer, B3-B12. C3-C12. D3-D12 L, %I 120 uL Assay Buffer.

) WHUN AR AR SRR, OB —MEREER B FLH (1 B2, C2. D2 #1453
IO 1.45 uL Teduglutide, 1.45 uL Glepaglutide Al 1.45 uL GLP-2(1-33)(human),
?E&/}j o
RERIR BERERRESL: B AT\ C AT+ D AT MATFLIRI 24 L, MIARAL; | Xt AL |
1 2 3 4 5 6 7 8 9 10 11 12
1.45 uL
VNS 144 L 120 uL 120 pLL 120 pLL 120 uL 120 uL 120 uL 120 pL 120 pL 120 pL
Teduglutide
1.45
HE A
Glepaglutide
1.45 uL GLP-
A
2(1-33)(human)
Q) ME—EEFEERRESL B2.C2.D2 HREL 24 pL, 73 HIAN B 55 —ANBE EE R BEAL B3
C3. D3, 7R,
h)  DUHEHE, BHEZ 9 MHEMEAL (B10. C10. D10) .
) KPR a W E RSB, BEE B
j) O RIABRERRE LRI 25, B 100 pL.
k) 5 bR, T 37°CCO, HFRATHTE 6 ho
) ARG FEEN &, K Luciferase.
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H_GLP2R Reporter 293 Cell Line 0 uM 100.00 nM 59.54 M
+ Teduglutide 352615 275383769 331544
H_GLP2R Reporter 293 Cell Line 0 uM 100.00 nM 59.54 tM
+ Glepaglutide 515300 267215554 437685
H_GLP2R Reporter 293 Cell Line 0 uM 100.00 nM 59.54 M
+ GLP-2(1-33)(human) 653910 205032776 537301
3) HHESER

EC50

H GLP2R Reporter 293 Cell Li -
- cporter 7o Lell Line - Teduglutide 0.2786

3x10%+

2x108+

1x108+

Luminescence (RLU)

4 Glepaglutide 0.5432

GLP-2

6 4 2 0

Logl0 [Sample] (nM)

0.1221

Fig 2. Response to Teduglutide, Glepaglutide, GLP-2(1-33)(human). H GLP2R Reporter 293 Cell Line(Cat.

GM-C41980) was seeded at a density of 1.5E4 cells per well in a 96-well plate and incubated overnight. The next

day, serial dilutions of the TeduglutideMMCE/HY-P1624), Glepaglutide(MCE/HY-P2221) and GLP-2(1-

33)(human)(MCE/HY-P2221) were added to the pre-seeded cells. The mixture was incubated for an additional 6

hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The

maximum induction fold was approximately [781.0], [518.6] and [313.6]. Data are shown by drug mass

concentration.
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100 = ‘ SamplelD Geometric Mean : R675-H
M| 293 Cell Line GLP-2R Antibody+APC 2nd Ab 1230
| H_GLP2R Reporter 293 Cell Line M_IgG+APC 2nd Ab 1151
80 [ | H_GLPZR Reporter 293 Cell Line GLP-2R Antibody+APG 2nd Ab 48155
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Fig 3. H GLP2R Reporter 293 Cell Line (Cat. GM-C41980) was determined by flow cytometry using GLP-2R
Antibody (413801) (NOVUS/MAB4285-SP).
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H GCGR Reporter CHO-K1 Cell Line H_ GCGR Reporter HEK-293 Cell Line
H_GCGR CHO-K1 Cell Line H_GCGR HEK-293 Cell Line
Mouse GCGR HEK-293 Cell Line
Anti-H GCGR hlgG2 Antibody(volagidemab)
GLPIR
H GLPIR Reporter CHO-K1 Cell Line H GLPIR Reporter HEK-293 Cell Line

H GLPIR Reporter HEK-293 DDX35TM Cell Line Cynomolgus GLP1R HEK-293 Cell Line

H GLPIR CHO-KI1 Cell Line H GLPIR HEK-293 Cell Line

Mouse GLP1R HEK-293 Cell Line

Anti-GLP1R hIgG1 Antibody(mAb-36986) Anti-H GLP1R hlgG1 Antibody(glutazumab)
FGF21:FGFR

H FGF21 Reporter HEK-293 Cell Line

CALCA(CGRP): CALCRL RAMP

H_CALCRL RAMPI Reporter HEK-293 DDX35TM
Cell Line

Cynomolgus CALCRL RAMP1 HEK-293 Cell Line H CALCRL RAMPI1 CHO-K1 Cell Line

H CALCRL RAMP1 Reporter HEK-293 Cell Line

H CALCRL RAMP1 HEK-293 Cell Line
Anti-CALCRL RAMP1 hlgG2 Antibody(Erenumab)

GIP:GIPR
H_GIPR Reporter CHO-K1 Cell Line H_GIPR Reporter HEK-293 Cell Line
H_GIPR Reporter HEK-293 DDX35TM Cell Line Cynomolgus GIPR HEK-293 Cell Line
H GIPR CHO-K1 Cell Line H GIPR HEK-293 Cell Line

Mouse GIPR HEK-293 Cell Line
Anti-H_GIPR higG1 Antibody(AMG-133)
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ACVR2A: ACTRIIB: Active A

ACVR2A KO HEK-293 Cell Line

H_ACVR2A Reporter Cell Line

H_ACVR2B HEK-293(ACVR2A KO) Cell Line
H_ACVR2A HEK-293(ACVR2B KO) 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

Mouse ACVR2B Protein; His Tag

Activin A Reporter Cell Line
H_ACVR2B Reporter Cell Line
ACVR2B KO HEK-293 Cell Line
H_ACVR2B CHO-K1 Cell Line

Anti-ACVR2B hIgG1 Antibody(Fab-17G05)

Anti-H ACVR2B hlgGl
Antibody(Bimbio)

Biotinylated Human ACVR2B Protein; His-Avi Tag

Reference

Biotinylated Mouse ACVR2B Protein; His-Avi Tag
Human Activin B Protein; His Tag
Human ACVR2A Protein; His Tag

Human ACVR2B Protein; His Tag

AMY: CALCR RAMP

H CALCR RAMP3(AMY3) Reporter CHO-K1 Cell

Line

fER VR L

H_CALCR Reporter CHO-K1 Cell Line
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