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1. giffsEsR. RF. RAEAES

Y 5T D5 B R DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin
AR AF S TR0 90% FBS+10% DMSO

Assay Buffer:

DMEM+1% FBS+1% P.S

2. WIIFEMHEE

e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Thermo/10099141
DMEM 500 mL gibco/C11995500BT
96 Well Clear V-Bottom Tissue 96-well Corning/3894
Culture
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom 96-well Corning/3912
Polystyrene Not Treated Microplate
GMOne-Step Luciferase Reporter 1000T Genomeditech/GM-040503C
Gene Assay Kit
Recombinant Human Wnt-3a 10 g R&D/5036-WN
A AS
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
FEARAL Moleculardevices/SpectraMax L
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By, AR IR 2K DL N RS AR, EEINI
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FI 70% S SRR A7 A0 CARRARTS G 1) J LA AR A
W2 A EGR G R R AR E 40 SR B B
AR ) FELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
GO ORI, TEANH> 3 x 108 cells/mL.
AN T E IR IR, A % B R 2-3
x10° cells/mL, R4 4 M2 ST, 440 47k 3]

FIERHFRILA

AR A

i 176 g, 3 min ..

1 FH VA 40 LR 777 (90% FBS +10% DMSO) &
YN, ZHMRESE AR 5 < 108 cells/mL, %% 1 mL
YR B RARAAE .
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Ny LR, WHEEAEA. BiRMEE 16-24 h
5. B UGBS DL, 40 % KT 80%,
R AT EAT A AL A A AL AR By 1:3-1:4, 2-
3 RAEAR.

W I EER F# R ARG R 3R 25, 10 om LN 2 mL PBS
TEBE 1K,

% PBS, /i1 1 mL 0.25% Trypsin-EDTA W{Lifi, 37<C
HAk 30-60's, AMEE FUEE.

FrAfMa AR IR, 20 M A B B S5, 08 400 R P it s 6
BEWF, hn2mL ZEAAKEFRERSZEHEN, K
JANGIRFT TR, 176 xg ZiRF 0 3 min.

7 B3E, st AR R EE R, AR AT
JH0 %5 P 43 R 1 7 ML I ARURI 40 ff 85 8 oH B, AR AR
RN E Y 30-40%) .
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1. BUEFBAESER

BRI TR AL, X T ASEE, HESF TCF LEF Reporter HEK-293 Cell Line 40l &

A 1.5 x<10% cells/FL . AR SL5 4% F Recombinant Human Wnt-3a (LA i #%  Wnt3a; 37.4 kDa)

YENBHIEZY), Conc.01 3N 3.33 ug/mL, 3 f58AE# B, Conc.01-Conc.9 4 A HEAL 7E B2-

B10, B11 40 ¥REXHE, JEEFLINA 100 uL PBS, PARGIEILFLIAEK -

LKA 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
3.33 111 37037 12346 4115 1372
Wnt3a PBS
il pg/ml ng/ml ng/ml ng/ml ng/ml
PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kPR
a) fESCEGHT 16-24 h, AR T, HA S ORI e, 1 IE & e s
ik E R A L, A B T T H R B CASE AR SR AR R AH B B 1.5 <108 cells/mL.
PLHRAEIN 100 pL ZHf/AL 2 E fL. A ER LI 100 L PBS. # btkas, THfET e
AL
b) A 1 4NTEw 96 FL VAR AE S 2P R
c) BAFRNZY, HH—47 (W B2-B1D) .
d) HERBEK
2 AR fitill B (= WRrS
Wnt3a 0.2 mg/mL / B AR
e) 96 fL VKM, MMA Assay Buffer, &L TR, W1 B2 fLINA 162.25 L Assay

Buffer, B3-B11 fL, JIA 110 uL Assay Buffer.
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Wnt3a) , &%)

BRI | BRRERPRRIL, MU RTILIN 55 ul, AL | x|

1 2 3 4 5 6 7 8 9 10 11

2.75 uL Wnt3a L 110pL | 110pL  110pL | 110pL  110pL  110pL  110pL  110pL 110 pL
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o) ME - BREERRIL B2 IR 55 uL, AIAFIZ CABEFEIL B3, F4EAL.
h) LLMKHE, B 9 MEEFETL (B10) .

i) L a MR ROTLIUR G, STLILFE 100 uL B,

D) MRS A R R R, STL 100 L.

k) LB, T 37°C COp HEFEAITHEFE 16 h.

) RS IAAIE, Kl Luciferase.

2) HmEEEEN

AR B R I 5 B
TCF LEF Reporter HEK-293 Cell 0 ug/mL 3.33 ug/ml 508.05 pg/ml
Line 43719 4995325 41510

3) WIFER

-9~ TCF LEF Reporter HEK-293 Cell Line -©- TCF LEF Reporter HEK-293 Cell Line
6.0x 106 6.0x 106
S 5.0x10% S 5.0x10%
= -
£ 4.0x105 £ 4.0x105
@ @
< <
S 3.0x10° S 3.0x10°
<9 <9
] g
£ 2.0x10%4 £ 2.0x10%4
£ £
3 1.0x10°4 3 1.0x10°4
0 -—TO0—0— T T J 0 o0—p- T T T J
-4 -3 -2 -1 0 1 -2 -1 0 1 2 3
Logio[Wnt3a] (ug/mL) Logio[Wnt3a] (nM)
TCF LEF Reporter HEK-293 TCF LEF Reporter HEK-293
EC50 0.1506 EC50 4.027
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