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2N 75 5 TR 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
Anti-TPOR hlgG1 Antibody(3D9) / Genomeditech/GM-87784AB
Purified anti-human CD110 Antibody 25 ug Biolegend/393801
GMOne-Step Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040503C
A
Equipment Manufacturer/Catalogue No.
T+ ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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FRVR I E IR IE SR . SRR )40 f J5 T B AR SRk A

BHETRERES, HEMFA-70C, FNE-70T

THFEITEERR.

a) 37°CIKIBIATIRE TR TR AL, INATRE R
HEEFEIE S mL & 15 mL B0 .

b)  MIBRZEUHH X H VR A A i R GE BN 37°CHE IR K
TR, K AN RIS 2K TH DA R R RS R
HENINIEL GBS 2-3 280 .

c) FH 70% Z B HER A7 SN DL AR TS B L
o EAEY RSN BRI G O A E R Al
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 3 min, {F4HEyE, 7 Bib.

d) fH 1 mL So5EsRiksE g, w0 A
AW BOE A, EAIE> 3 x 10
cells/mL.

e) EAMINEFIEIREEAIL, R M
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

3. AR

a) ] 176 xg, 3 min B.LU LM .

b) fsf FH A ZH AR A7 (90% FBS + 10% DMSO)
YN, ZHH R A 5 < 108 cells/mL,
E 1 mL RN RAE .

¢ rEREET, E4bmdE, BAEEE TR
WEH, -80°CTRFEAD 1R, R 2
LR

2. ZHpEAEAY (BL 10 cm MHH))

H: GREAEN 1ZE 2R, FHEAERE, &
HHRSREE, BELATHERERNEKSESF
.

a) A bR AAE, WhEEAEK . B FRAE TR E 16-
24 hJ5, BT AUEEA M BERE L, A M A
IAF] 80%, THEMATAUMAEI. HEFEAAEAR
Loy 1:3-1:4, 2-3 FALAN. TR IRfr % AN
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CREILECREFRE P B R E %, 10 em LN 2
mL PBS ¥t 1 K.

c) 3 PBS, Ml 1mL 0.25% Trypsin-EDTA JH4LTR,
37C 1k 30-60's, TWiHEE T,

d)  FPAAARARE, SHAG IR BEAA L, 04 U 4
R EREERS, 2 mL 2 AR KR IR TR ) 4
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.

ERFEW:
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ABRSEVREFE, RE&BeRE, HRERH
ML, MREKEEETRE.

b) ERRRE BT 80%, T MF 4 F4HA
R BB ET FBOS RS .

c) FBS & 56 T n#k 30 53-8k, AT KiGEMaA
W E, EARERWRSHEKEFHH
NS e ey 8
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1.

Assay HlF SELe

ASZEGAS 1,510 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 EE RS, Conc.01-Conc.08 73 I HEAG 7 B2-B9, B10 Jy 0 IR 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, I 110 uL Assay Buffer.
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Human TPO) , JEZ].
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h)  MEE—/ RSl B2 i 110 uL, INAZEE —AHRAL B3, 7R,

i) DAL, HEL 8 MEREMEEAL (B .

) RBDRamEER AR, REALEFF 100 pL i . SRJEIALER | 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
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3) WIELR
[T_TPO Reporter 293 Cell Line H_TPO Reporter 293 Cell Line
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Fig 4. i/ Anti-TPOR higG1 Antibody(3D9) (Genomeditech/GM-87784AB) ikl iiF 4%
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Fig 5. ¢ /] Purified anti-human CD110 Antibody (Biolegend/393801) Hifkl i 4
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