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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I 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

2 R AT 90% FBS+10% DMSO

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

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 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  96-well Corning/3912
Treated Microplate
Activin A Reporter Cell Line 1% (5E6 Cells/mL) Genomeditech/GM-C26082
Human Activin E Protein / In house
ACVRIC Rabbit pAb 50 uL abclonal/A0678
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
EIRVE

Equipment Manufacturer/Catalogue No.
gl E i ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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T MRETER 1 E 2R, EREFERE, F4RR
SRER, BERATHIAERNEKEFRE.

U, PR T0°C, BRAET0°C TRIFSSENE o) J0M0 LRI, WiEEEK. BoRAEy
PR 16-24h J5, B NS MEMGEES N, 20
a) 37°C/AKIBIATUIME TREE 3L, AT 1 HEILF] 80%, TR EHATA AR, HEFEA

R S mL £ 15 mL B0 PAEAR LT A 1:3-1:4, 2-3 RALAR . VEEAREE
b) MR B R A A0 R N 37°CTE WEAEIT 80%, 75T HE<x R 40 i 52 45+

M AKH P A VR R 2 /K T DA T R S T 5 B0 A ek 55

N, ERININIEL GBS 2-3 53810, b) CHILEGEE T A R FR IR 25, 10 em TIL0 2
c)  FH 70% LR AT S AR TS 4 )L mL PBS ¥k 1 K.

Ko AV RSB S G HEAETT ¢ 3 PBS, M1 mL 0.25% Trypsin-EDTA 1k

MBI EFEFPPIR @ FEOE T, BRI W, 37°C WAL 30-60 s, EAEE FAEL,

%], 176 x g, &0 Smin, F4NpysE, 5L d) FrAMARE, 4HH R BREA ., 55520 B NI

Ho B BREER, 0 2 mL A4 KR IEIER
d) MH 1 mL 758k EE, I8 SR, HARANLIRIT TR, 176 x g

AW Qe 8O0, TEAIE> 3 < 106 20 3 min.

cells/mL. e) FbiE, MpptieHAKREFREER, 1R
e) EMAMNIETRREFREENIEA, HEIE A FEARHT A0 M2 FE 7 i CRR A 35 77 L [ AR A 4

FEF 2-3 x 105 cells/mL, H3E 2 B s 44 P FEVH B, AR AXE 4% FE N 30-40%) .

N, K AR MR B A IE R TR LA .
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b) AdH A A R AF R (90% FBS + 10% B, RERMRATD, MK kEs

DMSO) HE B, AT S *x 10 Fra%E.

cells/mL, &4 1 mL 73 3E S AMEAE . b) HERRREE AT 80%, 75T AL E 4
¢) FFEHETF, EMkRidE, BAAEETHE 52 5% 7T S B0E MRS

FEIRE T -80°C MRIFED LR, RUHA o pRS 8 56°C k¥ 30 404, ATHKIEIMAR
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BRAVE DR AL, X ASLEG, HEFE Activin E Reporter 293 Cell Line 40 1.5
x 10* cells/fL, Activin A Reporter Cell Line {E A% RE4HME . ASVK 525648 A Human Activin E
Protein (LA FEFK Activin E) 1ENBHPEZ W), %1% Activin E Reporter 293 4 ffl Conc.01 2843k
)9 50 ug/mL, 3 fEEEEREE, Conc.01-Conc.11 43 HIHEAi7E B1-B11, B12 24 0 WX,
Bt X Activin A Reporter Zfiffl Conc.01 ¥R EEN 50 pg/mL, 3 f5FAFEMFE, Conc.01-Cone.11

S MHEALE C1-C11, C12 2y 0 #REEXTREJE FEIFLIMA 100 uL PBS, LAFjIEfLZE K .

FUBRHAT U0 T -
1 2 3 4 5 6 7 8 9 10 1 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS

Activin B 50.00 16.67 5.5 1.85 617.28 205.76 68.59 22.86 7.62 .54 846.75
t
e pg/mL | pg/mL pug/mL pg/mL ng/mL ng/mL ng/mL ng/mL ng/mL ng/mL pg/mL
50.00 16.67
Activin E
pg/mL  ug/mL ng/mL  ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) MEEPER
a) fESCIGHT 16-24 h, FHAMMEEFHHECH, HAEOIEMMDIE, HHIEER
AR FRILE M, RIS IR, D S e SR IR AR R 1.5 <
10° cells/mL. PAHEMEHN 100 puL 4 /AL &2 iE fL. AR LN 100 uL PBS. & bR
w, TEAE T E R .
b) fEH 1 NTEE 96 FL V RARE & 2P0 R .
o) BRI, FH—1T (B, CAT)
d) HERLEK
ERE=ZE N it B L= RES
Activin E 0.36 mg/mL / IER UL
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Assay Buffer, B2-B12. C2-C12 L, 437l 120 uL Assay Buffer.
0 I FERRR AR URE S BREL  INANBEE —ABEEERRSL (1 B1. C1 4351

BAA 29.03 uL Activin E) , &%)

BRI | BREERRREIL, MM ATILIRET 60 pL, AIAVKAL | 3
1 2 3 4 5 6 7 8 9 10 11 12
T T T

29.03 uL

180 uL 120 uL | 120 pL | 120 L 120 pL | 120 pL 120l 120 pL 120 pL 120 pL 120 uL 120 uL
Activin E
29.03 uL
Activin E 180 L  120pL 120 pL | 120l 120pL | 120 pL  120pL 120l | 120 pL 120 pL 120 pL 120 pL

ctivin

g)  ME—ABRERPEIL B1. ClAFIREL 60 uL, IIAEIE —AMBEERRBIL B2, C2, 7
TR

h)  DLOERHE, BEELH 11 DMREMEL (Bll. C1D .

i) KPR a A A RSSO, FE 100 pL .

J)  IIABREERRELF I 254, 100 pL BFAL.

k) @ BiREE, T 37°C CO, H5FRffHh 59 6 he
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