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KSR 15 (GDF15)Z F kA KR F(TGF)-b FIR T s K 51, & FiLL 25 kDa
TR AIEA R W EE . ER MR TRERAAKET pOBZIENEAR. EIEFEN
N, GDF-15 fE RZH#E TREIE, T B O FSEES B 1 ik B

P I R 40 R AT AL A 2 92K 1 (glial-cell line-derived neurotrophic factor, GDNF)
KM GFRAL SN GDF15 KIME—524k. GDFI15 LLFER 11454 GFRAL, {HR5 GDNF %%
RF IR AR S 456, 11 GFRAL AN 254 GDF1S 1 ANgs G AF i HiAth GDNF AHCHEC 4
GFRAL 7E454 GDF15 J5 S5%BI52 4k RET 45 &M E &1, Gt 423 GDNF Z %I AY (1)
YiMf55, 5 RET. AKT. ERK Ml PLC-yl FIBEERILAHE.
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L %% F AL BB AR D 35 3% T RET-ERK {5 5 38 A 2 196 O 2 iR 15 2 R 41
Ml % . 1 GDF15 5 H %4k GFRAL 454 54k S5 B2 14 RET 456X &9, i RET B
WAk, 51 ERK BElRtL, B40% ELK1. ELK1 AZE0E7OEER (Luciferase) (£,
Luciferase SAH EIAAFRAS S@E MBS RCR, BILATH T GDF15 MR AWM PN .

GDF15
T I Ei HO E P

= =
s Z
=

P P

P p
Py

Luciferase i

\ 4

ST T T T

Fig 1. JRIRE K

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

4/ 14



Genomeditech (Shanghai) Co.,Ltd.

(/ Es&i*aﬂ*a Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

v MIREE
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+1.5 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. BAIFEH M
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
G418 lg Genomeditech/GM-040402-1
Hygromycin lg Genomeditech/GM-040403-1
Puromycin 25 mg Genomeditech/GM-040401-1
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 Not Treated 96-well Corning/3912
Microplate
Human GDF15 Protein; His Tag / Genomeditech/GM-87627RP
Anti-GDF15 hlgG1 Reference Antibody(Ponsbio) / Genomeditech/GM-87500MAB
Anti-H _GFRAL hIgG4 Antibody(QUEL-0301) / Genomeditech/GM-71276AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
AR
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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HETE. RN R MG F RS T, WHETHR

B, PEREAE-70°C, BIATE-70°C THfF&S3UE

PR

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,
HARINIEL GaE 2-3 5580 .

o) H 70% & RAT B A LA BEAR TS 2L L
o EAEY RSN BRI G O A E R Al
BB RIS O EOES, RERE,
176 x g, &0 5min, FLMILRE, 7+ 5.

d) A 1| mL S5 IR, U A
BM IR AT BRI, FEAT > 3 x 10°
cells/mL.

e) JEILAMINE TRREFRIEMIL A, ARG
F) 2-3 x 10 cells/mL, HRHE4HNLER AR, K
N B R B A& [ B IR LA

3. GG

a) fHH 176 x g, 3 min 25 /0UCEELHM .

b) AEHTA AAEAE (90% FBS + 10% DMSO)
HEMM, MR 5 x 10 cells/mL,
[ 1 mL 7 R B4R

o) FEmT, EUCE, BIRAEETHER
BEF, -80°CTHRAED 1 K, RIEREHR
&b

2. ZHBAEAR (BL 10 em MAH)

T AREGFER 1 E 2R, FHERERE, AR

BhRER, BERASHEIERNEKEFRE.

a)  AHMCA B A, NEEEAEK . BRI E 16-
24 hJ&, Bi TSNS BERS AL, 24 0 %5
BH] 80%, ToEHHTAIMALAR . AN MALAR
EEBI Dy 1:3-1:4, 2-3 RAEM . TEEREF S A
I 80%, 75 I T i 2 DR 40 M 52 1457 1 i 5 50

b) CHILEGE IR P IR AR, 10 em LN 2
mL PBS JE%E 1 K.

¢) FF PBS, Ml 1 mL0.25% Trypsin-EDTA YLK,
37°C 51k 30-60's, TiHEE T M.

d)  FrRARARARIE, SHAE IR EA L, 4 T 4
MBS REERT, 0 2 mL 2 A AERKREFRIEIRSA
1EVHAL, B4R/ OIRET IR, 176 x g Eili &
> 3 min,

e) FLiE, Wiyt HAEKRE RIS S, WG
AR 0 25 P88 434 R 35 577 LT AR 4 i %
JEVHEL, ALARS Al B 30-40%) .

EEE:

a) WMENIETR, SF—EHAREAR, BT E
BUR, ZRABSAVRIFE RSRES,
BREFRAREER D, ML EEE TRE.

b) ERFFHEEAEDL 80%, TN s HAM
R B|F BT FBOE TS .

¢) FBS & 56°C 7K 30 734, 7 RCRIEAMEFIHR
SRR, BARELWEKSEEKE T4
B FiEdE.
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1. BIELK

B LR, KT AL, HEFE H GDFI1S Reporter 293 Cell Line (High Basal)

NP E N 1.5 x 10% cells/fLo ANIXSLE# F Human GDF15 Protein; His Tag (13 kDa; DA

FX Human_GDF15) {ENBATEZY), Conc.01 WREN 4 pg/mL, 4 f556 EEHiFE, Conc.01-Conc.09

A E B2-B10, B11 4 0 3REEXS . A FEFLIIA 100 uL PBS, LABA bl FLZE K

o3

T Q 0 o g O

FUBRHEAT T

1 2 3 4 5 6 7 8 9 10 11 12
PBS

62.5 15.63 3.91 976.56 @ 244.14 | 61.04
Human GDF15 PBS

ng/mL  pg/mL pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) TESEIGHT 16-24 h, A MEEFHR I, THAL B ORI IYTE, ([FAE RS
G FRALE RN, RS 7 I, DL AR SR R R A IR 1.5 x
10° cells/mL. VAHEFEIN 100 uL Z0AR/FL 2 AL, A FLI0 100 L PBS. # Bk

i, TR AR .

b) M 1 ANTEHE 96 FL VAR AE & 250 %

c) BEAFENZGYy, 4T (41 B2-B10)

d) BRARE

Yy AT

fili

RE

W & 592

Human GDFI15

0.59 mg/mL

/

LA A

e) 96 FL VIJEMH, MM Assay Buffer, LTI N, W1 B2 LA 160 uL Assay

Buffer, B2-B11 4L, A 120 uL Assay Buffer.
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) IO FRAR A IUAE S BRI ZIEE — R RESL R (i B2 A 1.09 uL

Human GDF15) , &%,

R | BRRERREAL, IRV ATFLIRAL 40 uL, IIANKEL | x|

1 2 3 4 5 6 7 8 9 10 11

12

1.09 uL

A 160 uL | 120 L 120 pL | 120pL  120pL 120pL  120pL 120 pL 120 pL 120 pL
Human GDF15

g ME— BB B2 I 40 uL, IIANEIEE AR ERMREIL B3, FRA .
h)  DAEHE, B2 9 MEEMEL (B10) .
) RPERa E IR AU, REALIRFF 100 L EiF -
D) MNZREEA A AR EERR R, AL 100 pL.
k) 5 WS, T 37°CCO, B3R 16 he
) RS R A&, Al Luciferase.
2) e E RN
AR R R W

H_GDF15 Reporter 293 Cell 0 pg/mL 4 pg/mL 61.04 pg/mL
Line (High Basal) 258358 12394810 278006
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Fig 2. Response to Human GDF15 Protein; His Tag. The H GDF15 Reporter 293 Cell Line (High Basal) (Cat.
GM-C43937) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of
Human GDF15 Protein; His Tag (Cat. GM-87627RP) in assay buffer (DMEM+1% FBS+1% P.S) for 16 hours.
The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). Data are

shown by drug mass concentration.
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2. PLAIHISELR:

BB R AT R, ST ACSESG, H#EFE H GDF15 Reporter 293 Cell Line (High Basal)
YA 1.5 x 10* Cells/fL. ffH Anti-GDF15 higG1 Reference Antibody(Ponsbio) (LA f&j#x
A Ponsegromab;Z] 150 kDa){EABHYEZ W), Conc.01 ZRIEN 1 pg/mL, 3 f5ERERRE,

Conc.01-Conc.11 23 A HAGAE B1-B11, B12 A 0 WK EEXTIE . A 100 uL PBS, PABG 1R FL

o]

FLARAT -
1 2 3 4 5 6 7 8 9 10 1 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS

33333 | 111.11 37.04 12.35 4.12 1.37 457.25  152.42 16.94
Ponsegromab

pg/mL ng/mL | ng/mL | ng/mL ng/mL ng/mL ng/mL pg/mL pg/mL pg/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

T QO W m g 0

1) IkEP IR
a) TESEIOHT 16-24 h, KA AIE TR I, THAL B OISR IRTE, &R 5
SR TRAE AN, AL TG RO R IR B AR 1.5 %
10° cells/mL. PAFEAEAN 100 puL 4HAR/FLZ A El L. & B A FLIn 100 uL PBS. % EAR
#, TR E LR
b) fEA 1 ATER 96 FL V JERMHE & BRI RE .
c) HMFUSA, 1T (W B2-B1D) .

d) HESBER

LR A FR fif iR BER A & 772
Ponsegromab 4 mg/mL 0.04 mg/mL HY 2 uL fi##i+198 uL Assay Buffer
H_GDF15 0.59 mg/mL 5.9 pg/mL B 2 puL fi##i+198 pL Assay Buffer

e) 96 L VMR, I Assay Buffer, &{LIAFRN TR, 1 B1 fLINIA 90 uL Assay

Buffer, B3-B12 L, MIA 60 uL Assay Buffer.
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) I FRFR AT DUAE f BRAL IS EE — B REAL T (4 B1 FPAILA 4.74 uL

Ponsegromab) , &%),

R | BORERRETL, MU 30 uL, AL | x|

1 2 3 4 5

6 7 8

9 10 11 12

4.74 uL

Ponsegromab [N 60 uL 60 uL 60 uL 60 uL

A

60 puL 60 puL 60 uL

60 pL 60 uL 60 pulL 60 uL

g)  MEB—EEEREEFL B1 HHIRER 30 uL, IIAFEE —AERERBSL B2, 70 IRA].
h)  DASEHE, EEE 11 MEERmBSL (B1D) .

i) MCE 2x #i%7F), 26 ng/mL H GDF15 (5.31 uL 5.9 pg/mL H GDF15 BHE I

1200 uL Assay Buffer #, JRZJEEH) -

P RE B BGE MBS AR R BT, BEALINN 55 L JRA), R R BURON

RHRMEE 1h,

k) 1h FHECGEPER a KA, 3 B

) ARIEIIANPER § O E i IR AW, AL 100 uL.

m) 5 EE, 4k8E 16 he

n) YCFERS I Luciferase.
2) wEEF RN
S HE R 1

13 ng/mL GDF15+0

H_GDF15 Reporter 293
- pg/mL Ponsegromab

13 ng/mL GDF15+1
pg/mL Ponsegromab

13 ng/mL GDF15+16.94
pg/mL Ponsegromab

Cell Line

6861390

670247

7000917
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H_GDF15 Reporter 293 Cell Line (High Basal)
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Fig 3. Inhibition of Human GDF15 protein-induced reporter activity by Anti-GDF15 hIgG1 Reference
Antibody(Ponsbio). Serial dilutions of Anti-GDF15 higG1 Reference Antibody(Ponsbio) (Cat. GM-87500MAB)
was incubated with 1.3 ng/well of Human GDF15 Protein; His Tag (GM-87627RP) for 1 hour in assay buffer
(DMEM+1% FBS+1% P.S). After pre-incubation, add the mixture to the H GDF15 Reporter 293 Cell Line (High
Basal) (Cat. GM-C43937) at a density of 1.5E4 cells/well in a 96-well format, and incubate for 16 hours. Firefly
luciferase activity was then measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis,
relative luminescence units), with inhibition percentages shown on the right Y-axis. Data are shown by drug mass

concentration.
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Fig 3. H GDF15 Reporter 293 Cell Line (High Basal) (Cat. GM-C43937) was determined by flow cytometry
using Anti-H_GFRAL Antibody(QUEL-0301) (Cat. GM-71276AB).
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Fig 4. The mRNA expression levels of H RET in the H_ GDF15 Reporter 293 Cell Line (High Basal) (Cat. GM-
C43937) were determined by RT-qPCR.
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GDF15 GFRAL

H_GDF15 Reporter 293 DDX35TM Cell Line Mouse GDF15 Reporter 293 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 pro-GDF15 Protein; His Tag Human GFRAL Protein; His Tag
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