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1. giffsEsR. K. RAEFES

I IR 5 R A DMEM+10% FBS+1% P.S

AR R B TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+125 pg/mL Hygromycin+0.75
pg/mL Puromycin

2 M AR AR 90% FBS+10% DMSO

Assay Buffer:

DMEM+1% FBS+1% P.S

2. WIIFEMHER

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
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
Recombinant Human EPO (C-6His) 50 pg Novoprotein/C001
Human Erythropoietin R Antibody 25 ng R&D/MAB307-SP

GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000 T

Genomeditech/GM-040513

A A
Equipment Manufacturer/Catalogue No.
T X ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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a) ZEMOv LRcAEi, MR, BRI E

k. 16-24h Jm, B NG EERE DL, A
a) 37°CKI T E IR I3k, AT WL 80%, TR EHHATAMIALAR. HEFEA
EHH RIS mL £ 15 mL O . FAEARELI N 1:3-1:4, 2-3 RALAR . VERR AR FF
b) MR R H B H R A7 40 B R R N 37°CHE WEAETT 80%, 50 AT HE 2> K40 i 32 245+
TR/K SR, R4 B R 22K PR R A J T A B0 1 AR 5
ffds, ERINIREE GER 2-3 708 . b) R MLECE: TR RS TR 25, 10em LN 2
) I 70% LB HHRR A A ARG TS 4 i) )L mL PBS i 1 Ik
Ko (R A G P REFET T c) FPBS, M1l 1mL 0.25% Trypsin-EDTA 41k
BRI R O MEOE T, BRI M, 37T {1k 30-60s, WhEE FAL%E.
5], 176 g, .0 3min, F4HppisE, 5L d) FremfeARE, A0RuE B, g T
e BILEMEERS, 0 2 mL 224 AR KRG IR IR
d) M 1 mL SI5EREEE, ARG AR SIZAEEAL, RN L IRET R R, 176 <g
H & Wi ge o Hous 4, FE4> 3 x 108 R E L 3 mine
cells/mL.
e) JEIAMNEIFREFREEREA, RS
FEF] 2-3 < 10° cells/mL, R 4540 B A
P, R A ) S RS SR L
N ERFER:
3. HHAAF a) YENIETR, HARERE, BTLEFIR,
a) f#f] 176 xg, 3 min B.OUEA. GBS R, RAREE, RS
b) i H ¥ 48 i % A7 W (90% FBS + 10% FapadsD, Mg KR T RaE.
DMSO) HaAiif, ANMEEHEA 5 x10° by s ieaspr A 80%, 75 MTT e &40
cellsimL, B4 1 mL 43 B4R E T 35 R T S SRS
) IFRET, WIS, MEFEETHE ) Fes Mg 56T ik 30 4Meh, FRIERMA
PR, -80°C T IRfFEAD 1R, R R, HFSEMEALEEKET
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1. BARIESER

BRI, WA SEEG, #EFE H_EPO Reporter 293 Cell Line ZHiffi& /4y 1.5 x
104 cells/fL. AVkSZE6{# ) Recombinant Human EPO (19.2 KDa; LA R fai#% Human EPO) 1E
FEYEZW), Conc.01 %A 600 ng/mL, 3 5465 #iFE, Conc.01-Conc.11 73 HHEA 7E B1-

B11, B12 & O REXHE. JEEFLINA 100 uL PBS, PARGIEIAFLIEK -

FUBRHAT U0 T -
1 2 3 4 5 6 7 8 9 10 11 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS

200 66.67 22.22 7.41 2.47 823.05 274.35 30.48 10.16
Human EPO

ng/mL | 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) PR

FESEIOHT 16-24 h, K40 A EE TR B, VAL RS WS AT e, A 58 AR R
FEBAM, WIGINE IR, RLSE AR IR AR R A B2y 1.5 <108 cells/mL. LA
ek 100 pL ZaA/AL 2= 1E 12 L. B EIRFLIN 100 uL PBS. # Bk, TS
R -

a) ] 1/NETE 96 FL VOB % 25 MR .

b) ARG, 4T (0 B2-B10) .

c) BHEACE

LY fift BB fic & 715
Human EPO 10 pg/mL / B HAER

d) 96 LV fLHRH, SN Assay Buffer, #FLIAFIIL T2, @1 B1 LI 155.10 pL

Assay Buffer; B2-B12 L, Z3alfiiA 110 uL Assay Buffer.
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110 pL | 110pL  110pL (110pL  110pL

110 uL 110 uL 110 pL 110 pL

110 uL

f)  AEABEEREIL BL H 4 IR 55 uL, MBS ZABEEEMIL B2 ., w4

b
g) DLMSEHE, EZEH 11 AMEEEREIL (B1D .

h) CREDER 10 E RS, B FLFE 100 pL FE 7Rk,
) AN ZHTHER G OB AR, BESL 100 pLo
) o5 BAREE, T 37°C COr BiFRAETHRIFE 6 he
K) i S R A AT &, K Luciferase.
2) HMEEFEN
S At e RIS I 5 B 1
. 0 ng/mL 600 ng/mL 10.16 pg/mL
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Fig 3. 18] Recombinant Human EPO (C-6His)( Novoprotein/ C001) T At f& g PEU&IE 45 5

fiix 2 MAREERIESR:

‘ SamplelD Geometric Mean : FL11-H
‘. 293 anti-EPOR+APC-2nd Ab 1037
\ H_EPO Reporter 293 M_lgG+APC-2nd Ab 1290
‘. H_EPO Reporter 293 anti-EPOR+APC-2nd Ab CP4 13419
‘ H_EPO Reporter 293 anti-EPOR+APC-2nd Ab CP14 14168
‘. H_EPO Reporter 293 anti-EPOR+APC-2nd Ab CP24 13140

2 4 6 ]
10 10 10 10 10
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