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A K LIRF 15 (GDF15) &b A K [ F(TGF)-b ik iz ik i1, /&—FhLL 25 kDa
TERWIEAGEA R R ER . B MR TRAAKE T pOBKIRKEA R, EIEFFRL
T, GDF-15 fE KZHA B RERIL, IF. B, ORISR B &L L.

T I R 40 R AT AR A 228 92 K1+ (glial-cell line-derived neurotrophic factor, GDNF)
ZK I GFRAL Ay GDF15 [fiME—22f&. GDF15 LAmsERI /1454 GFRAL, {HA5 GDNF %
TR IRA A R 4545, T GFRAL WX 45 GDF15 T AGE & AL T HAfh GDNF AHIGHC 4 .
GFRAL 7E4f# GDF15 J& 5432 ik RET &5 5T UE G4, ReW 5] GDNF S it 7 i
fMES, 5 RET. AKT. ERK Fl PLC-yl HIBERRILAH .

T4 Mouse_GDF15 Reporter 293 Cell Line i 2 R K40l %2, 3T RET-ERK (55
BRI —Fh Luciferase 75 3L R . 4 GDF15 5521k GFRAL 454 )5 4k4: S5
B34k RET 55T G, i RET BifR{L. 20 ERK BERRIL, #uF ELK1. ELK1
MBS DO EEE (Luciferase) 3T, Luciferase i5H BIR A5 S B AOBGE RCE, Ktk
AT GDF15 AR HIAR SN R TN -
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1. giffsEsR. RF. RAEAES

2N 5 5 TR DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418 + 125
pg/mL Hygromycin+0.75 pg/mL Puromycin
2N MR AT I 90% FBS+10%DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. WM HER
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 Mosue GDF-15 10 pg R&D SYSTEMS/8944-GD
GMOne-Step 2.0 Luciferase Reporter 1000T Genomeditech/GM-040513C
Gene Assay Kit
EIRVE
Equipment Manufacturer/Catalogue No.
2 v A ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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R 75

37°C/KIB TS IR B TR, I TRIE I E 555 %
A 5mL % 15 mL B.0%E

NV 2R R L R A 4 B R RN 37°CE IR K
By, AR IR 2K DL N RS AR, EEINI
MRt GEE 2-3 7380 .

HI 70% S 5ARRA7 8 AN LRGS0 J LA A A
W2 A EGR G R R AR E 40 SR B B
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
GO ORI, TEANH> 3 x 106 cells/mL.
AN T E IR IR, A % B R 2-3
x10° cells/mL, R4 4 M2 ST, 440 47k 3]

FIE R FR L

AR A

{$FH 176 <g, 3 min 25O

1 FH FA 40 LR 77 (90% FBS +10% DMSO) &
YN, ZHMRESE RN 5 < 108 cells/mL, %% 1 mL
SR EIHRRAAE T

RS T, ENhRd)E, WA E B THERR &,
-80°C FIRMFZEAD 1R, RREBERA .

2.

HAAEAR (BL 10 cm M%)

T MRETER L E 2R, EREFEFRE, F4RR
SRER, BERATHIAERNEKEFRE.

a)
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d)

YAy bR gup, WEEEAEK . BRI E 16-24 h
JG, BN VSEHARMEEERE L, 20 %5 KT 80%,
RIATHEAT A AL A R AN AR AR LBy 1:3-1:4, 2-
3 RAEAR.

W I EER FR R 3G 7R E5E 25, 10 em LN 2 mL PBS
TEBE 1K,

3£ PBS, /i 1 mL 0.25% Trypsin-EDTA 4Lk, 37<C
HAk 30-60's, AMEL N %,

FRrAH AR IR, 20 M T B B S5k, 08 440 R P 2 it s 6
BEIF, Jn2mL ZEAAKEFRERSZEHEN, FHH
Ha/NOIRFT R R, 176 xg ZiE B0 3 min.

¢ 1iE, iyt A KR RIS &, RIBEARHET4H
Ji s gy CRR A 55 5 L I AR AN A0 B 85 B 5, A% AX
RN E DY 30-40%) .

HEEHMR:

HRRIRTR, SEARRE, RTERAR, 2WES
HHREE, RERER, #RERAREEZD, 4
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1. Mouse GDF-15 ¥E 2L

.
/N~

AR AT, ST A SLE, HEFE Mouse_GDF15 Reporter 293 Cell Line 4iiffi &

9 1.5 <104 cells/FL. AxsZE: 1% F Recombinant Mouse GDF-15 (13 kDa) 1ENFHYEZG4,

Conc.01 ¥k 150 ng/mL, 3 £k EHRE, Conc.01-Conc.09 43 AIHEA7E B2-B10, B11 40

WREXTIE . LI 100 uL PBS, LABG1EiIFLZ K .

I &G m m g O

ST AT
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
Recombinant
50 16.67 5.56 1.85 617.28 205.76  68.59 22.86
Mouse GDF- PBS PBS
15 ng/mL ng/mL ng/mL ng/mL ng/mL pg/mL pg/mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) #HfanER

FESKIGHT 16-24 h, Ke2f g \RE R B, JHAL B ORI YTE , 8 1 & 58 4 i 97

FLE SN, ASIANIE ST DA SE R IR R B AR 2 Dy 1.6 < 10° cells/mL. LA

HEFEIN 100 uL 40 ffo/FLE A8 10 L. FRERIFLIN 100 uL PBS. 5 Bik:E, TiEsE+HmE

AL
2) ZMiER
a) fEH 1A 96 FL V RBHE & 2R .
b) FAMFNSLA, FH—4T (W1 B2-B10) .
c) BRHEAE
FLYEZE N fif iR BEK P & 772
Recombinant Mouse .
GDE-15 250 pg/mL 25 pg/mL HY 2 pL ¥ +18 uL Assay Buffer

s AEYIREL (Rl AR
AAT AL BRI i,
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d 96 fL V #, BN Assay Buffer, #FLAFIIL RN, 41 B2 fLAIA 180.0 uL Assay
Buffer, B3-B11 fL, A 120 uL Assay Buffer.
e)  TRECAEARFR BRI SRR, IINBEE — AN BEROREFL R (n B2 H i 1.09 pL

Recombinant Mouse GDF-15) , J&%].

RO | BRISERREL HRVCAHTELIRER 60 pL, AL | x|
1 2 3 4 5 6 7 8 9 10 11
1.09 uL
Recombinant 120 L 120pL | 120pL  120pL 120l 120pL 120l 120 pL 120 pL

Mouse GDF-15

T O m m O O

f)  ME—DEERELL B2 TIREL 60 uL, MIAFE - AEEERRTL B3, RS
0) DLBESHE, BEES 9 MEEEREIL (B10) .

3) InkEP IR
a) KPR L E R ATURIE, AL 90 L i FREE.
b) I HTHERLFHIBE MR, BF4L 100 pL.
¢) dilb#Rkai, T 37°CCO, HFRMTHIR 16 h,
d) BEFHARAEFEIR £, K Luciferase.
4) A
SR A PRI 15 B 15

Mouse_GDF15 Reporter 293 0 ng/mL 150 ng/mL 22.86 pg/mL
Cell Line 36510 1857664 52388
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Mouse_GDF15 Reporter 293 Cell Line

%1006+ Mousc GDF15 Reporter 293 Cell Line
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Logg[Mouse GDF-15] (ng/mL)

Logjg[Mousc GDE-15] (nM)

Mouse GDF15 Reporter 293

Mouse_GDF15 Reporter 293

EC50 | 4,749 EC50

0.3653

Fig 2.Recombinant Mouse GDF-15 4% 46 iF 45
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GDF15 GFRAL

H GDF15 Reporter 293 Cell Line H GDF15 Reporter 293 DDX35TM Cell Line

Membrane Bound H GDF15 CHO-K1 Cell Line
Anti-GDF15 hlgG1 Reference Antibody(Ponsbio)

Anti-H GDF15 hlgG4 Antibody(CTL-002) Anti-H GFRAL hlgG4 Antibody(QUEL-0301)
Biotinylated Human GFRAL Protein; His-Avi Tag Human GDF15 Protein; His Tag
Human GFRAL Protein; His Tag Human pro-GDF15 Protein; His Tag
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https://www.genomeditech.com/cell-line/H_GDF15-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GDF15-Reporter-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Membrane-Bound-H_GDF15-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-GDF15-hIgG1-Reference-Antibody-Ponsbio
https://www.genomeditech.com/antibody/Anti-H_GDF15-hIgG4-Antibody-CTL-002
https://www.genomeditech.com/antibody/Anti-H_GFRAL-Antibody-QUEL-0301
https://www.genomeditech.com/protein/Biotinylated-Human-GFRAL-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Human-GDF15-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-GFRAL-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-pro-GDF15-Protein-His-Tag
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AR B A FAAGILR, EIR IR £ IR LTI b B

AGHAE Z 7 SRR, AR TAEFT R % .

AP A T N KBRS, BAMS BT N R RS

FHP B Ry HER 2 Al 55 1A 55 =7 AR L R AT #E 249 58 ROV L P9 A8 AR R R AR, ANFHEAT 18 M6, TR
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