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A 2 L DR A SR IR 51, AU B B4 & (CT, Calcitonin) « S i@ MLk CAMY, Amylin) |
B4 5 3 %5 [R A < ik ( CGRP, Calcitonin Gene Related Peptide) . B L I & i & (AM,
Adrenomedullin) .

Amylin = 1E 21k, ¥ A5 2R 24k (CALCR. CTR) FISZARTE S 1
(RAMPS) JERINE 1. ZAREPEIBIE T (RAMPS) 22— R 51 | RLRESHE A, wils
G B MR IR Ak, A =FEAL: RAMPL, RAMP2 1 RAMP3. B 1Hf
BRI B AN s SEAR SR AR, B TM S LA R R AT 1) 10 AN SUHE TR (1) 057 45 ) 35k
RX=4 RAMP BAMPIKIEEALN, HEIEKFH T REY 30%K[H—1%. CALCR M
RAMPL LI E A4 AMY1, CALCR flRAMP2 LRI R 54 AMY2, CALCR filRAMP3
R E S AMY3,

Amylin R4, FAERMER RIEER, FTTEIRIEA . Amylin M2 CUTRIRT
FEEERLE Amylin 7ERT /R ER T 1EF .

Amylin 52 EEWMEE R, L&V G EAMEAER, Gas WHMNE &5t
ORI ERALE, P24 cAMP.  ZHAPY cAMP HREEFOFHEHIEL CAMP AT (5 5 i 7,
A IR T cAMP RIS AR SR F4i6, BREREEL.

T4 Rat. CALCR RAMP3(AMY?3) Reporter COS-7 Cell Line i f5 3L R 4iffn &, 25t
T cAMP {5 5B EE M —FP Luciferase ik & 22 K4 R . 24 Amylin 5 CALCR/RAMPs 4
E G, B CAMP {5 5B IS SO R (Luciferase) %15, Luciferase BRI
T S ORI AT AT Amylin HISEZ IR SNSRI .
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1. gAfsESR. R7F. RERlAlnES

A R I IR DMEM+10% FBS+1% P.S
MAE K B IR DMEM+10% FBS+1% P.S+10 pg/mL Blasticidin+150 ug/mL Bleomycin+1 pg/mL
Puromycin
2 ML A7 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BHIFEMHEE
BT HE
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
Bleomycin 100 mg Genomeditech/GM-040407-100MG
Puromycin 25 mg Genomeditech/GM-040401-1
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well White Flat Bottom Polystyrene Not Treated 96-well Corning/3912
Microplate
Amylin, amide, rat 500 pg Targetmol/TP1232
Calcitonin salmon 1 mg GLPBIO/GC32851
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040513
A A
Equipment Manufacturer/Catalogue No.
il E i ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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HETE. RN RIS B RS MET, WHETHR

R, EEFE-70T, BALE-70C FTHRAFER BN

PR,

Q) 37°CKMERTRIME TR B8, INANTRE A
P FEIE S mL & 15 mL B0 .

b) ARG E H VR A7 4 A R RE N 37°CHE R K
VR, K AN IR TS 2K TH DA R R RS R,
HEININIGE L Gas 2-3 2450 .

c) I 70% & W AR VR AR A AN DA RR AT B L
o EAEY RSN BRI G O AR E R il
MBI EID TR O MO, BRRIRY,
176 xg, £5.0 5min, {F4HMEyE, 7 Bib.

d) fiH 1 mL S5k g, w6 o A
& W g O T BOE 4R i, TR > 3 x 106
cells/mL.

e) EILAMINE IRREFRIEMTL A, RS O A 2
F) 3-4 <10° cells/mL, R4 4H =R AR, K
A e ) G 0E B RS R L

3. AR

a) ] 176 xg, 3 min B LU .

b) fs FH T4 40 BV A7 (90% FBS + 10% DMSO)
HURAHML, AN Ry 5 =< 10° cells/mL,
E 1 mL 7R BN MR E .

¢) rEREET, EYbndE, BAEFEE TR
WEH, -80°CTRFEAD 1R, R 2
A

2. ZHpEAEAY (BL 10 cm MHH))

T AREGERLZE 2R, FHEHRERE, FARR

FRER, BERASHEIERNEKEFRE.

Q) JHCNAEMEEE SVA0 HEALI A, MhEEA
Ko BFRARIE 16-24h J5, BN WS4y
RGO, 20 BEA B 90%, 7 EEdAT 4
iR MR EI N 1:3-1:4, 2-3 Kfk
Re EEIRFFEEARBE 90%, 750/ n e
20 52 3 55 T S B0 PR ES

b) CRILECE IR IR T2, 10 cm LN 2
mL PBS ¥t 1 K.

c) FFPBS, Il 1mL 0.25% Trypsin-EDTA ALK,
37C 1k 30-60's, TiMEE T M.

d) FPARMRARE, SHAG IR BEAA L, 0S4 BT 4
i B HEERT, 0 2 mL AAAEKRFRILREZA
1EVEAL, Hdr N OWET TR oK, 176 x<g IS

L» 3 min.

ERFEI:

a) FBS MiE# 56T tn# 30 min, WRIERMAET
HWOWE, EARERWASHEKEFNH
H A
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1. BIELK

.
VAN

PRSI, 0T ACSEEG, i Rat CALCR RAMP3(AMY3) Reporter COS-7

Cell Line 4t &4 1 x<10% cells/fL. AKX SLEAE A Amylin, amide, rat (BL R f##8 Amylin)

RFATEZY), Conc.01 WKFEA 2.5 uM, 4 586 . Conc.01-Conc.08 4 il HEfi 7t B2-B9,

B10 Ay 0 ¥R JEXT IR . JAFEFLINA 100 pL PBS, LABH1EIAFLE K .

LR AT I T
1 2 3 4 5 6 7 8 9 10 1 12
PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
A 625.00 @ 156.25 | 39.06 610.35  152.59 oBS
myin nM nM nM pM pM
PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) EEPR
Q) TESCERTT 16-24 h, KA AREFHR A, THAL B OWCERAEIYTE, (EAE R
R IR E SN, RGNS ST, 1 DLE A R A A R A R B Dy 1 =< 105
cells/mL. DAHEFEIN 100 uL 20 A /AL 2 (a) L. J& [ A FLIn 100 uL PBS. 5 FAR &5,
TR o A I .
b) EHTEE 96 L V JERARE % Z5P0Hi ke .
¢) MTRFES, fFH—47 (WBAT) .
d HHERE
2 AR it B fic B 7V
Amylin 255.1 uyM / AL AR
e) JnA Assay Buffer, SFLIAFR I N2, 1 B1 LA 160 uL [ Assay buffer, B2-

B10 S A 120 uL ) Assay Buffer.
f) A FEA

Amylin) .

DAF AL S B NN BIZE — B R FL A (i B2 HRlin N 1.58 uL
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BRBRHR BREERREAL, IR MHT LRI 40 L A RAL

Xt HEAL

1 2 3 4 5 6 7 8

10

11

12

1.58 uL Amylin

9) MEE—AEEERBAL (1 B2) FUREL 40 plL Ak, IINEEE —AERERIL (i

B3) , R,
hy DARSSHE, BHZZE 8 MEREMREL (BY) .
) RPIR a i E R4 LA, TS 3 100 pl.
) R RTHER LT BB RERR B R SL NN 100 pL.
K) % ERIIREE, T 37C COp HEFaAFIE% 6 h.
) YR Luciferase.
2) &G ZEEKN
AR TR DB .

Rat_CALCR RAMP3(AMY3) Reporter 0 uM 2.50 uM

152.59 pM

COS-7 Cell Line 234138 2061097

255471

3) WiEER

Rat CALCR RAMP3{AMY3) Reporter COS-7 Cell Line

2.5x 1%
E X100
3 1.5x1054
=
2
3 1x10°=
h=
g <
= S
3 5x140
l.) L] L] L] L] L] 1
-5 -4 -3 -2 -1 0 1
Log g[Amylin] (uM)
Rat CALCR RAMP3(AMY3) Reporter
EC50 | 0.07188
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3% 1 : Calcitonin iE45 &R

Rat CALCR RAMP3(AMY 3) Reporter

CO0S-7 Cell Line
1.2x10°+
=)
Z  9x10°4
3
§  6x10%4
]
=
£ 3x10°-
=]
=
0 L] L] L] L] L] L] L]

6 -5 4 3 2 a1 0 1

Log,g[Calcitonin] (uM)
Rat CALCR RAMP3(AMY 3) Reporier
EC50 | 0.001564

Fig 3. #l4 Calcitonin salmon (GLPBIO/GC32851) BAZMFl; a7 16-24h FLE Rat_CALCR
RAMP3(AMY3) Reporter COS-7 Cell Line (Genomeditech/# GM-C36541) , &fL4iflieE 1 X10* 4. #id
WREFE MM FE B35, IONFRRELEI Calcitonin 5K, F 6h SR Luciferase %{f.
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GCGR
H_GCGR Reporter CHO-K1 Cell Line H_GCGR Reporter HEK-293 Cell Line
H_GCGR Reporter HEK-293 DDX35TM Cell Line Cynomolgus GCGR 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)
GLP1R
H GLPIR Reporter CHO-K1 Cell Line H_ GLPI1R Reporter HEK-293 Cell Line
H_GLPIR Reporter HEK-293 DDX35TM Cell Line H_GLPIR B-Arrestin Reporter CHO-K1 Cell Line

Cynomolgus GLP1R GIPR CHO-K1 Cell Line Cynomolgus GLP1R HEK-293 Cell Line
H_GLPIR CHO-K1 Cell Line H_GLPIR GIPR CHO-K1 Cell Line
H_GLPIR HEK-293 Cell Line Mouse GLP1R GIPR CHO-K1 Cell Line

Mouse GLP1R HEK-293 Cell Line

Anti-GLP1R hlgG1 Antibody(mAb-36986) Anti-H GLP1R hlgG1 Antibody(glutazumab)
FGFR1

H FGF21 Reporter HEK-293 Cell Line

Human FGF-21 Protein; His Tag

CALCA(CGRP): CALCRL RAMP

H CALCRL RAMPI Reporter HEK-293 DDX35TM
Cell Line

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

H CALCRL RAMP1 Reporter HEK-293 Cell Line

H_CALCRL RAMPI 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 CHO-K1 Cell Line
Cynomolgus GIPR HEK-293 Cell Line H_GIPR CHO-K1 Cell Line
H GIPR HEK-293 Cell Line Mouse GIPR CHO-K1 Cell Line

Mouse GIPR HEK-293 Cell Line
Anti-H_GIPR hlgG1 Antibody(AMG-133)
ACVR2A: ACTRIIB: Active A

ACVR2A KO HEK-293 Cell Line Activin A Reporter Cell Line
BRE Reporter 293 Cell Line H ACVR2A Reporter Cell Line
H_ ACVR2B Reporter Cell Line ACVR2B KO HEK-293 Cell Line
H ACVR2A HEK-293(ACVR2B KO) Cell Line H ACVR2B CHO-K1 Cell Line

H ACVR2B HEK-293(ACVR2A KO) Cell Line

Anti-ACVR2B hlgG1 Antibody(Bimagrumab) Anti-ACVR2B hlgG1 Antibody(Fab-17G05)
Anti-ACVR2B mlgG2a Antibody(Bimagrumab) Anti-H ACVR2B hlgG1 Reference Antibody(Bimbio)
Biotinylated Human ACVR2A Protein; His-Avi Tag Biotinylated Human ACVR2B Protein; His-Avi Tag
Biotinylated Mouse ACVR2A Protein; His-Avi Tag Biotinylated Mouse ACVR2B Protein; His-Avi Tag
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https://www.genomeditech.com/cell-line/H_GLP1R-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-%CE%B2-Arrestin-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GLP1R-GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GLP1R-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GLP1R-GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GLP1R-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-GLP1R-hIgG1-Antibody-mAb-36986
https://www.genomeditech.com/antibody/Anti-H_GLP1R-hIgG1-Antibody-glutazumab
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https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_CALCRL-RAMP1-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-CALCRL-RAMP1-hIgG2-Antibody-Erenumab
https://www.genomeditech.com/cell-line/H_GIPR-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GIPR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GIPR-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-H_GIPR-hIgG1-Antibody-AMG-133
https://www.genomeditech.com/cell-line/ACVR2A-KO-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Activin-A-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/BRE-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2A-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/ACVR2B-KO-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2A-HEK-293-ACVR2B-KO-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-HEK-293-ACVR2A-KO-Cell-Line
https://www.genomeditech.com/antibody/Anti-ACVR2B-hIgG1-Antibody-Bimagrumab
https://www.genomeditech.com/antibody/Anti-ACVR2B-hIgG1-Antibody-Fab-17G05
https://www.genomeditech.com/antibody/Anti-ACVR2B-mIgG2a-Antibody-Bimagrumab
https://www.genomeditech.com/antibody/Anti-H_ACVR2B-hIgG1-Reference-Antibody-Bimbio
https://www.genomeditech.com/protein/Biotinylated-Human-ACVR2A-Protein-His-Avi-Tag
https://www.genomeditech.com/protein/Biotinylated-Human-ACVR2B-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Biotinylated-Mouse-ACVR2A-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Biotinylated-Mouse-ACVR2B-Protein;-His-Avi-Tag
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Human Activin A Protein; His Tag Human Activin A Protein; His Tag (CHO)
Human Activin B Protein; His Tag Human ACVR2A Protein; hFc Tag
Human ACVR2A Protein; hFc Tag (Sotatercept) Human ACVR2A Protein; His Tag
Human ACVR2B Protein; hFc Tag Human ACVR2B Protein; His Tag
Human latent GDF-8 Protein; His Tag Mouse ACVR2A 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

ASGRI1
H ASGR1 CHO-K1 Cell Line H_ASGR1 HEK-293 Cell Line

{5 A VR AT Bl

FUK RAE A AR o, BRI B RS- SF DU TR BUR:

® YIRS ST AT E, AR T AL AR L i

© PR EE T AKSE IR G, A BT A 9

© RIS 5 = R LR AE L) R Y G A APOR R OL TR, AT 208, 7
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https://www.genomeditech.com/protein/Human-Activin-A-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-Activin-A-Protein;-His-Tag-%28CHO%29
https://www.genomeditech.com/protein/Human-Activin-B-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-ACVR2A-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-ACVR2A-Protein-hFc-Tag-%28Sotatercept%29
https://www.genomeditech.com/protein/Human-ACVR2A-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-ACVR2B-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-ACVR2B-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-latent-GDF-8-Protein-%20His-Tag
https://www.genomeditech.com/protein/Mouse-ACVR2A-Protein;-His-Tag
https://www.genomeditech.com/protein/Mouse-ACVR2B-Protein;-His-Tag
https://www.genomeditech.com/cell-line/H_CALCR-RAMP3-AMY3-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCR-RAMP3-AMY3-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCR-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_ASGR1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_ASGR1-HEK-293-Cell-Line

