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TPO (Ifil/MRA:FE, Thrombopoietin) &I FLANIH P T IL/IMR A2 i & 4ERFIE
MR FRAS e LA D AR R 7o R BRI IR -h &, 5 S E AR AR 7=
ARThRE. WBid 5 HZA  (TPO-R; AN c-Mpl, CD110) & Ja, Bsh FiE 51465,
TPO &A1k EAZ A0 1 FLAT AR 0 A 3G G AN 2348, HL BRI /NS A2 A
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1. 4iffsEsR. RF. RHEAES

Y 52 95 B TRk DMEM+10% FBS+1% P.S

AR R B R 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. WM AHES

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 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 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit

AR
Equipment Manufacturer/Catalogue No.
X ThermoFisher Scientific/Countess 3
Al AR AX Moleculardevices/SpectraMax L
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1. ZREH

H: AWREREAEER, NAEWREIREYKE L

fRVRIE R IR IR . IR B4 5 T E SR

BHETRERED, FEMFAE-70°C, BNTE-70°C

THFEITEERR.

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,
HPINIRIELL GEH 2-3 580 .

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 3 min, FAMIYLRE, 7+ LiG.

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
BE, -80°C MR ED 1 K, RYFEREWR
&b

2. ZHBAEAR (BL 10 em MAH)

H: GREAEN 1 Z 2R, FHEARERE, &
HHRSREE, BELATHERERNEKSESF
.

a)  HMCH B AAE, WEEEAEK . BRI E 16-
24 h 5, BT OUERAMIMGEENS L, A0
BH] 80%, ToEHHTAIMALAR . AN MALAR
Eo 1:3-1:4, 2-3 FALAC TR fRfr AN
i 80%, 75 U] i 2 DR 40 M 52 1457 1 i 5 50

b) CHILELEFFRMA R B FRST 25, 10 em LN 2
mL PBS JE%% 1 K.

¢) 3 PBS, Il 1 mL0.25% Trypsin-EDTA ALK,
37°C 1k 30-60's, TiHEE T WM.

d)  FRAAARARIE, SHAG IR AA L, 4 T 4
L EREER, 0 2 mL A AT K IR BRS¢
1EVHAL, B4R/ OIRET IR, 176 x g Eili &

> 3 mino

EEE:

a) AMERIET, RAREL, BTEFAR &
AERLSEWEEE, RERER, HREXH
faZd, MREKEREETRE.

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

¢) FBS MEFE 56°C mn#k 30 53-8, A RIERMERI
#WowE, ARRELMAEZHEKETFRH
B R FiE .
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1. Assay BESEL

ARSI 1.5% 104 cells/Well ] H_TPO Reporter 293 Cell Line #1752%;. Human TPO
Protein; His Tag (37.2KDa; PLFEi# Human TPO) , E4HWKE (Conc.01) N 25ng/mL, 2
5 RE R, Conc.01-Conc.08 4> HIFEAT £ B2-B9, B10 A 0 IKFEXIE . LI 100 pL

PBS, LAPj1bifLZ& K .

FLARAT S5 -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
25 3.13 1.56 781.25 390.63 195.31
Human TPO PBS
ng/mL ng/mL  ng/mL  pg/mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR
a) SEIOHT 16 — 24 h, JHALEOUEE H TPO Reporter 293 Cell Line 4, LA5EAREFRIEE
AN, VAN R D), AN AR R T A, R R 1.5 % 10
cells/mL, VAHEFEAN 100 uL 4Hpf/FLE A E1FL, JEFERFLIN 100 uL PBS, & BAR:E, T
E A PR B L
b) A 1 AT 96 £l V RARHE R FUIRFRE .
c) FMFBA, 1T (4 B2-B10) .
d) &R
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 VMR, NI Assay Buffer, #fLAFAIL N, 41 B2 fLINA 216.3 uL Assay

Buffer, B3-B10 fL, HIA 110 uL Assay Buffer.
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g) I FMRRR AT DAL S B, IMAEIEE — MR R AL (0 B2 A 3.67 L

Human TPO) , JB%).

ORI | BRRERRRRIL, MO RTILIRI 110 pL, AL N

1 2 3 4 5 6 7 8 9 10

3.67 uL Human
TPO

110yl  110pL  110pL  110pL  110puL  110pL 110 pL 110 pL

h)y M — AL B2 IR 110 pL, DIANEIZE = AMFEREFL B3, A4,

i) DA, BHZE 8 MEEMEAL (BY .

P KPR a W E IR, FEFLIRFE 100 pL B3 SRR IINEER § & AT IR
W, AL 100 pL.

k) 5 bW, T 37°C COy B34 %95 6 he

) AR EE B INAA &, R Luciferase.

2) & HEERN

AR FE PR S

X 0 ng/mL 25 ng/mL 195.31 pg/mL
H_TPO Reporter 293 Cell Line
26415 798892 28872
N
3) WiELR
[T_TPO Reporter 293 Cell Line H_TPO Reporter 293 Cell Line

1x106+ 1x10%+
3 8x10°4 5 8x105-
= =
2 6x10°4 £ 6x10°+
] ]
S bt
& 4x10%1 & 4x10%
£ £
E 2x10%4 E 2%10%4

0 T T 1 0 ¥ T T 1
-1 0 1 2 -3 -2 -1 0 1
Log g[Human TPO](ng/mL) Log g[Human TPO)(nM)
H TPO Reporter 293 Cell Line H TPO Reporter 293 Cell Line
EC50 | 3.177 EC50 | 0.08539
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Fig 3. FajE YRR, 1

fi 2. MAILIESSR

Normalized To Mode

100 — SamplelD Geometric Mean : FL11-H

] | 293 anti-TPOR+APGC-2nd Ab 1470

] H_TPO Reporter 293 H_IgG+APG-2nd Ab 1383

s0 ™ | | H_TPO Reporter 293 anti-TPOR+APC-2nd Ab 270023
60
40 7
20 7
04

FL11-H :: APC-H

Fig 4. fii[fl Anti-TPOR hIgG1 Antibody(3D9) (Genomeditech/GM-87784AB) Al iiF 44
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Fig 5. {# ] Purified anti-human CD110 Antibody (Biolegend/393801) Hii&IF 44

MR

TPO: MPL
Anti-TPOR hlIgG1 Antibody(3D9)
Human TPO Protein; His Tag
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