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AT AR A: KR F 21 (FGF21) 5 FGF19 f FGF23 —j2 /& FGF #8 5 A 43 W&
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YER . RSN AR FGF21 PP AR E 2 AL, PRI Mg . sbah, JHAMAZL, nEe
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1. 4iffsEsR. RF. RHEAES

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 pg/mL G418+0.75 pg/mL
Puromycin+125 pg/mL Hygromycin
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 Clear V-Bottom Tissue Culture ~ 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene 96-well Corning/3912
Not Treated Microplate
Recombinant Human FGF-21 25 ng R&D SYSTEMS/2539-FG/CF
Anti-Human CD331/FGFR1 Antibody 50 pg antibodysystem/FHC88110
(A08)
RG7992 (anti-Klotho Beta) 100 pg Aladdin/Ab177889
Human FGFa (140AA) 10 pg Novoprotein/C049
Human FGFb (157AA) 10 pg Novoprotein/C046
GMOne-Step 2.0 Luciferase Reporter / Genomeditech/GM-040513
Gene Assay Kit
AR
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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. 4RER. ER. HF
1. 4HpEH

H: AWREREAEER, NAEWREIREYKE L

fRVRIE R IR IR . IR B4 5 T E SR

BHETRERED, FEMFAE-70°C, BNTE-70°C

THFEITEERR.

a) 37°C/KIRMTIRE 3G, IMATREE
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
TR, PG MR TR S KT DL R R R R,
HPINIRIELL GEH 2-3 280 .

o) H 70% & RAT B A LA BEAR TS 2L L
o EAEY RSN BRI G O A E R Al
MBI ) MO8, BRIRY,
176 x g, &0 3 min, FAMYLE, 7+ LG

d) A 1| mL S5 IR, U A
GG O BUE A, FEAE > 3 % 10°
cells/mL.

e) JEILAMINE TRREFRIEMIL A, ARG
F) 2-3 x 10 cells/mL, HRYE4HNLER AR, K
N B R B A& [ B IR LA

3. GG

a) fHH 176 x g, 3 min 25 /CUEELH M .

b) A TA AAEAE (90% FBS + 10% DMSO)
FURAHML, ANME LRy 5 < 10 cells/mL,
[ 1 mL 7 R B4R

o) EREET, EYbRdE, BAEEEE TR
BE, -80°C MR ED 1 K, RYFEREWR
LR

2. ZHBAEAR (BL 10 em MAH))

¥ GREHEN 1 E 2R, FRHEFERE, &

HEREREE, BEHRATHERERNEKESR

.

a)  AHMCH AN, NhEEAEK . BiFRAE TR E 16-
24 h 5, BT OUERAMIMGEENS L, A0
BH] 80%, ToEHHTAIMALAR . AN MALAR
EEo 1:3-1:4, 2-3 FALAN VERE IR AN
i 80%, 75 U] i 2 DR 40 M 52 1457 1 i 5 50

b) KB FRM R B FRT 25, 10 em LN 2
mL PBS JE%% 1 K.

¢) 3 PBS, Il 1 mL0.25% Trypsin-EDTA YLK,
37°C 1k 30-60's, TiMEE T M.

d)  FRAAARARIE, SRR B AA L, 0 U 4
FLSREERT, N 2 mL A4 AR KRR RIR A4
1EVHAL, B4R/ OIRAT IR, 176 x g Eili &

> 3 mino

ERF:

a) MMRIEF, RAREEL, BTEEAR &
ABSEYREFE, R&BeRE, HRERH
faZd, MREKEREETRE.
HERRREEAEIT 80%, 5N fk< F40H
R B|F BT FBOE TS .

b)

s AERL (i) AIRAF

AR P AR IS, A T AT

Genomeditech (Shanghai) Co.,Ltd
For research use only !

6 /15



o3

T O ™" m g 0

((/; oo £

Genomeditech

Genomeditech (Shanghai) Co.,Ltd.

Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288
Email: service@genomeditech.com

N HHFE (RFD
1. FGF-21 BiEHEsLR

BRVE DRI, XS T ACSEES, #E# H FGF21 Reporter HEK-293 Cell Line 4H

BN 1.5 x 104 cells/fL. Ak 525614 | Recombinant Human FGF-21 (20.2kDa) (VAR

fii#k N H_FGF21) 1EAFYEZY), Conc.01 IREN 3 ug/mL, 4 5EEERMFE, Conc.01-

Conc.08 73 A HAR7E B2-B9, B10 N 0 W EEXTIE . A FEIFLINA 100 uL PBS, LAR5 1k L

FLARA -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
187.5 2.93 73242  183.11
H FGF21 PBS PBS
pg/mL | ng/mL  ng/mL ng/ mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) k%

a) TESEIGHT 16-24 h, KM MEEFHE A, THAL B ORI IYTE, ([FAE RS
R IR E BN, RS R, S R IR R IR 1.5 %
10° cells/mL. PAHEFEAN 100 L 4HA/FLZH A 9 NFL. & B FLAN 100 uL PBS. i

iR, TR E R A
b) EH 1 NTEHE 96 FL V AR & 250 R

c) BEAFEMNZGYY, fFH—1T (1 B2-BY) .

d) BHERE

LR it BEK Fic & 7795
H FGF21 100 pg/mL / BT AER

e) 96 4LV i, NN Assay Buffer, #&fLAFAN N, 1 B2 fLAIA 142.27 uL Assay

Buffer, B3-B10 fL, fIA 110 uL Assay Buffer.
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) IO RRAR A DAL S B, INAZIEE — MR EERRESL R (i B2 TP 4.40

uL H FGF21) , &%,

BRI | BOIERVREAL, ARV BIFLIRN 36.67 pL, IIAKAL B
1 2 3 4 5 6 7 8 9 10 11 12
4.4 uL
110yl 110pL  110pL | 110pL  110pL  110pL  110pL | 110 pL
H FGF21

g)  MEB—AFREFL B2 HIREL 36.67 uL, MRS —MHRESL B3,

h) DAMESSHE, BEE 8 MREMBEIL (BY) .

V%%

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

k) 5 WS, T37°CCO, B3R 16 he

) SRR &, A Luciferase.

2) FEE R
S 4 35 LR 0 5 B 45

W a ARSI, REFLIST 100 uL 5772k

TR

H FGF21 Reporter HEK-293 0 pg/mL
Cell Line 5180

3 pg/mL

183.11 pg/mL

8302395

4779

3) WIEER

H _TGTF21 Reporter HEK-293 Cell Line

1%1077 1107
E 8x1051 2 gx10°
<z =)
2 6x10° g 6x109
= =
2 4x10¢ 2 4x10%4
2 £
S £
= 2x10%4 6
E 3 0
0 - 04
-4 3 2 -1 0 1 3
Logo[H_FGF-21] (pg/mL}
11 FGI21 Reporier 1IEK-293
FC50 | 0.2076

2 4

IT_FGF21 Reporter [TEK-293 Cell Line

2 3

Logy[H FGF-21] (nM)

H_FGF21 Reporter HEK-293

EC50 | 10.28

Fig 2.H FGF21 IG5 iF 45 531
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2. FGFa. FGFb BEREsRLy

PR DRI AL, X T ASLES, #E#E H FGF21 Reporter HEK-293 Cell Line 4H

My 1.3 x 10* cells/fl. AR S258{# | Human FGFa (140AA) (16 kDa)

FGFa) .

CBAR RN

Human FGFb (157AA) (17.4Kda) (LLREFRA FGFb) 1ENBH 254,

Conc.01 ¥R %N 500 ng/mL, 5 f5EREFRE, UL FGFa Afil: Conc.01-Conc.9 7 HIHEAR/E

B2-B10, B11 4 0 WFEEXHE . J& HEFLINA 100 uL PBS, BABG 1B FLAE K -

FLAA -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
20 160 40 1.6
FGFa PBS PBS
ng/mL | ng/mL  ng/mL pg/mL pg/ml pg/mL | pg/mL
500 100 20 4 800 160 40 8 1.6
FGFb PBS 0 PBS
ng/mL | ng/mL | ng/mL | ng/mL | pg/mL | pg/mL pg/ml pg/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) %

a) FESEIOHT 16-24 h, FANMMIE IR P, THAE OUEAIIRYTE, RS RS
ARG IRIEE AN, RAERETE IR, Bl AR R R IR B 1.3 %
10° cells/mL. PAHEMEHN 100 L 4 /AL & EfL. JA R LAIN 100 uL PBS. 5 bR
Wi, TR E R A .
b) A 1 ANTEH 96 LV RARHE & 2P RE
o)  BAFRNZY, EH—4T (41 B2-B10) .
d) BHEMRE
LYY it BER Hic & 7%
FGFa 0.1 mg/mL 0.01 mg/mL BY 2 pL fi7+18 pL Assay Buffer
FGFb 0.1 mg/mL 0.01 mg/mL BY 2 pL £ +18 pL Assay Buffer
e) 96 FLV H, JMA Assay Buffer, #fLABII T, WB2. C3 fLrHIIMA 130.63

uL Assay Buffer, B3-B11. C3-C11 4L, JIA 110 uL Assay Buffer.
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) IO FRRAR AT DAL S BRI SIEE — MR EEMREFL (i B2 I 6.88

uL FGFa; C2 # A 6.88 uL FGFb) , &%),

RN | BRRERRRETL, UM RITLIRIN 275 uL, AL | 3

1 2 3 4 5 6 7 8 9 10 11

130.63

6.88 uL. FGFa JIIPN L 110pL | 110pL | 110pL  110pL  110pL  110pL  110pL  110puL 110 pL
130.63

6.88 uL FGFb PPN L 110 puL | 110pL | 110pL | 110pL | 110 pL | 110 puL | 110pL | 110pL | 110 pL
W

g) ME—AFRSL B2, C2 HIREL 27.5 uL, IIAEIEE —AFRIL B3, C3, R
51,
h)y  DAURISHE, B 9 MEEMBL (B10) .
i) KPIR a A RALBOIE, FEFLIRGE 100 pL Br Rtk
J) AN HTHER LB FE R RE, 4L 100 pL.
k) #EWEE, T 37°CCO, M EIE 6h.
) ARG EFEAINERE, I Luciferase.
2) & HEE RN
Z Al Bl

241 0 pg/mL 500 ng/mL 1.6 pg/mL
H FGF21 Reporter HEK-293 Cell Line + FGFa 2272 284261 1752
H FGF21 Reporter HEK-293 Cell Line + FGFb 1646 271646 1914
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3) WIFER

H_FGF21 Reporter HEK-293 Cell Line

4.0x105- EC50
- - FGFa (FGF-1) 12.19
; 3.0x105- & FGFb (FGF-2) 13.41
S 2.0x105
3
2
£ 1.0x105-
£
3

0.

4 2 0 > 4

Logy[Sample] (ng/mL)
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ik 1. R

H _FGF21 Reporter HEK-293 Cell Line

EC50
800- ©- CPS8 0.06717
A CP18 0.05680
6004 CP28 0.07249
=
© 4001
=
200+
0+ T 1
-6 -4 -2 0 2
Logo[FGF-21 ] (ng/mL)
Fig 4. FR/g RIS 3
¥k 2: MABIESR
é 40 7

FL11-H :: APC-H

Fig 5. H FGF21 Reporter HEK-293 Cell Line (Genomeditech/GM-C19834) {# f§ Human CD331/FGFR1
Antibody (A08) (atagenix/FHC88110) i L& IIELS
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100 = SamplelD G ric Mean : FL11-H
7 M| 293 anti-KLB+APC-2nd Ab 1388

[ |H_FGF21 Reparter 293 H_IgG+APC-2nd Ab 1874

| | H_FGF21 Reporter 293 anti-KLB+APC-2nd Ab 217354

Normalized To Mode

FL11-H :: APC-H

Fig 6. H FGF21 Reporter HEK293 MCB (Cat. GM-C19834) was determined by flow cytometry using RG7992
(anti-Klotho Beta) (Aladdin/Ab177889).

FESRT= i

GCGR
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-K1 Cell Line H GLPI1R HEK-293 Cell Line

Mouse GLP1R HEK-293 Cell Line

Anti-GLP1R hIgG1 Antibody(mAb-36986) Anti-H GLP1R hlgG1 Antibody(glutazumab)
CALCA(CGRP): CALCRL RAMP

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

H_CALCRL RAMPI CHO-KI 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 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)
ACVR2A: ACTRIIB: Active A
ACVR2A KO HEK-293 Cell Line Activin A Reporter Cell Line
H ACVR2A Reporter Cell Line H ACVR2B Reporter Cell Line
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https://www.genomeditech.com/cell-line/H_GCGR-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GCGR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GCGR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GCGR-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-H_GCGR-hIgG2-Antibody-volagidemab
https://www.genomeditech.com/cell-line/H_GLP1R-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-Reporter-HEK-293-DDX35TM-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-HEK-293-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
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-Reporter-HEK-293-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-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-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/H_ACVR2A-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-Reporter-Cell-Line
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H_ACVR2B HEK-293(ACVR2A KO) Cell Line ACVR2B KO HEK-293 Cell Line
H_ACVR2A HEK-293(ACVR2B 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

Human Activin A Protein; His Tag Human Activin B Protein; His Tag
Human ACVR2A Protein; hFc Tag Human ACVR2A Protein; His Tag
Human ACVR2B Protein; hFc Tag Human ACVR2B Protein; His Tag

Mouse ACVR2B Protein; His Tag

AMY: CALCR RAMP

H CALCR RAMP3(AMY3) Reporter CHO-K1 Cell

: H CALCR Reporter CHO-K1 Cell Line
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https://www.genomeditech.com/cell-line/H_ACVR2B-HEK-293-ACVR2A-KO-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/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
https://www.genomeditech.com/protein/Human-Activin-A-Protein;-His-Tag
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;-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/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

Genomeditech (Shanghai) Co.,Ltd.

c‘} Eiﬁiﬁaﬂia Order: 021-68455258/50432826/50432825

Email: service@genomeditech.com

5 P AT TR L

HEYR LV AT FURRL ARG L AT LR RIS AT ATV RT BBUR T 28 e VF T
N BV R VERIAMR AR, AL BB EDR VR RTARL I BT A AL

(EH AR RBEVE T J7 18], VP 5 A et MERTT VB A & . I A 55, 70k i
B B IA T AR BRI ARE AR BS L ESRE . BT PR BEBE . KEEEAENE
AR F) AR =TT AR T AMOARVE I NRIWT A H AT

VEIHE 278 I 4 L R

S AEIR (i) BIRAH Genomeditech (Shanghai) Co.,Ltd
A PRI IS, AR T AR For research use only !

15 /15



