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H_TPO Reporter 293 Cell Line =& T-F% 5% K115 5 18 B A4 1 ¥ Luciferase 4 1 5= K 24
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1. giffsEsR. RF. RAEAES

AN Iy H TR I DMEM+10% FBS+1% P.S
AR A K TR DMEM+10% FBS+1% P.S+4 ug/mL Blasticidin+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.
DMEM 500 mL gibco/C11995500BT
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
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 96-well Corning/3912
Treated Microplate
Human TPO Protein; His Tag / Genomeditech/GM-87861RP
GMOne-Step Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040503C
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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37°CKI TR TR 975, INATRIE 2
HEEFEIE S mL & 15 mL B0 .

IR G HR B R A7 40 P S R EBON 37°C R K
TR, K AN RIS 2K TH DA R R RS R
HEININIGEL Gas 2-3 2450 .

F 70% £ I 4K VR A7 5 A0 30 LA R A5 B 19 1
o EAEY RSN BRI G O A E R Al
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 3 min, {F4HEyE, 7 Bib.
A 1 mL S5 E R, WG
BM R T SR AN, FEAT > 3 x 10°
cells/mL.

NI F R IR R AT A, TR R R A M 2
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

AR

i/ 176 <g, 3 min E O

15 FA T4 2R R 4739 (90% FBS + 10% DMSO)
R, AR R B 5 =< 100 cells/mL,
BB 1 mL /20 VRA7E

FRET, UL, KBRS E TR
WEH, -80°CTRFEAD 1R, R 2
&b

2.

HAAEAR (BL 10 cm M%)

T MRETER L E 2R, EREFEFRE, F4RR
SRER, BERATHIAERNEKEFRE.
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AN bR A, WEEEAE K. RERAE IR E 16-
24 hJ&, B N LSEANGEERS DL, A P
IAF] 80%, FHEMATAUMALI. HEFEANIAEAR
Ll 1:3-1:4, 2-3 RALAR. IR ORFR % BEA
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50
W Bl B 7R P B R 3R &%, 10 em I 2
mL PBS ¥t 1 K.

%% PBS, M1 1 mL 0.25% Trypsin-EDTA WAL,
37C 1k 30-60's, TWiMEE F M.
TR AR IR, A TR BB A, 5550 20 I T 463
Ji BOHEERY, N 2 mL A AKE RIS
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.
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1.

Assay HlF SELe

ASZEGAS ] 1.5%10% cells/Well ] H_TPO Reporter 293 Cell Line #7524 . Human TPO

Protein; His Tag (37.2KDa; LA FfE#% Human TPO) , #24HIKSE (Conc.01) & 25ng/mL, 2

5B FE RS, Conc.01-Conc.08 73 I HEAG 7 B2-B9, B10 Jy 0 Ik EEXTE. JEEIFLANA 100 pL

PBS, LAyt fLzg %

FLARAT S5 -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
3.13 1.56 781.25
Human TPO PBS
ng/mL  ng/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR
a)  SEIGHT 16 — 24 h, VHALEOMEE H_TPO Reporter 293 Cell Line 40fifl, A4t iRFtsE
AN, TR R D), AN e AR R AR T A, R B F) 1.5 %108
cells/mL, VAHEAEAN 100 uL Afa/FLEH1EFL, S FERFLIN 100 uL PBS, & Rk
E A PR B L
b) fEH 1ANTEH 96 ALV EARAE & BT .
c) AMplpTAs, EH—47 (41 B2-B10) .
d) HE&HERR
kY By S fifi 5201 [ =IRrS
Human TPO 1.5 mg/mL 1.5 ug/mL HY 2 pL f##i+1998 uL Assay Buffer
f) 96 fL VERHRF, BN Assay Buffer, #fLIARILNER, 40 B2 LA 216.3 pL Assay

Buffer, B3-B10 fL, N 110 pL Assay Buffer.
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Q) IR AR IRE S BB RIS — BRI REAL T (i B2 FRAIA 3.67 pL

Human TPO) , JEZ].

ORI | BRRERRRRIL, MO RTILII 110 pL, HIAAL N

1 2 3 4 5 6

7 8 9 10

11

12

3.67 uL Human
TPO

110 L 110 pL  110pL 110 pL

110yl 110pL  110pL 110 pL

h)  MEE—/ RSl B2 i 110 uL, INAZEE —AHRAL B3, 7R,

i) DAL, HEL 8 MEREMEEAL (B .

) RBDTamEER AR, REALEFE 100 pL Eif . RJEIALER | R

k) = B, T 37°CCO MR 6h.
) fFH RS FEEASI R &, A Luciferase.
2) BRI

Zx 254 2 R DRI ARG 15 B 5

\ 0 ng/mL 25 ng/mL 195.31 pg/mL
H_TPO Reporter 293 Cell Line
26415 798892 28872
3) WIELR
[T_TPO Reporter 293 Cell Line H_TPO Reporter 293 Cell Line
1x10°+ 1x1057
E 8x10%4 E 8x105+
= “

§ 6x10°4 2 6x10°4

% 4x1057 g 4%10°7

E 2x10%4 E 2%10%4
0 T T 1 0 1 T T 1
-1 0 1 2 -3 -2 -1 0 1

Log g[Human TPO](ng/mL)

H TPO Reporter 293 Cell Line
EC30 | 3.177

Log g[Human TPO](nM)

H TPO Reporter 293 Cell Line

EC50 | 0.08539
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