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The development of a functional assay system of Wnt/P — catenin signal pathway
FENG Tao, et al
(Department of Biochemistry, College of Basic Medicine, Chongqing Medical University)

[ Abstract) Objective: To develop a Wnt — dependent B — catenin — mediated functional assay system. Methads : To construct a vector,
pCMYV — beGEFP, which can express the 3 — catenin and green fluorescent protein( GFP) fusion protein; transfect HEK293 with the
vector, select the cells with G418 and LiCl and establish the stable cell line,293 — be — GFP by cloning. Resu/ts :293 — bc — GEP stable
cell line was developed; the background expression of 8 — catenin — GFP fusion protein was detectable at a very low level in the cell line
under fluorescent microscope and via Western blotting analysis; however, the fusion protein was showed to significantly increase in the
presence of Writl and lithium. Conclusion : Our results showed that the system is regulated by B— catenin in a Wnt — responsive fa-
sion. Thus, it can be used as a functional reporter to identify potential upstream factors during tumorigenesis, as well as to screen for
the potential anti — cancer agents that specifically inhibit 8 — catenin signaling in human tumors.

[Key words] Wnt/B~ catenin signaling pathway; 3 — catenin and GFP fusion protein; Functional assay system
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1.1 fpesd R )

NEE BS540 B bk 293 (HEK293) 1 A 45 B 98 40 B bk
HCT116 1 B ATCC(Manassas, VA, USA) s HEK293 41 iy 3%
FREE S 10% FBS( Mediatech, Herndon, VA, USA) . 100U /ml
HEEM 100pg/m! HEHE XN T 2 DMEM 1, HCT116 41
B3R B 10% FBS.100U/ml #H B E 1 100pg/ml B X
) McCoy’ s5A B v 3 ; B F 5144 0 : 5% 0O, F137C
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B 1 pCMV-beGFP &#)REH
1.2 MERLAP-AXREG-BREEXZLZTOHBLEYY

g g 5

¥4 pCMV — beGFP: 8444 pEGFP - N1, H Nhe I and
B, 3k @ pCMV ~ WBCD, B Nhe I and Bgl [ B§¥1#45. W
pCMV — beGFP R BB (E 1),
1.3 fmpl bk BAS 4K fm Rk 0 0 sk o L

¥ HEK293 40 i #F A T25 ¥5 32 R, L s A Lipofec-
tamine( Invitrogen, Carlsbad, CA, USA) {8 #f i $f pCMV -
beGFP(3ug DNA/T25) % A 4188, % 15 B0 45 B3R #4F; 24h
f5 , FRRE TR 40 R SR O 1 B IR Bk A R L
A 96 FL#, Fi & 0.3pug/ml G418 ) DMEM 52 23 R 47
HEEHEIR AR AR R RN (KA 2 AE),
TNAZHE S 30mM B AL B (LICH , B KATER KR
BT, FHRFRIX GFP WA FLRE ¥ X L6 e RE A9 1M 0 5
HERMBREHT R, EE 3R, LB ARE RS LM

AEAM R
1.4 Wntl 89 &4+ 3 33% (Wntl — conditioned medium, Wntl
—CM) B R 23 B3 3 (GFP - CM) 89 4] &

Fi Ad5 — Wntl J 8 1 AdS -~ GFP 5 8 (IR B H &
Z WICHK(81) 43 B % e 48 B A4 K A9 HCT116 4B Bk, 6h
SRR UC IR AN, LA 300 B DA B 85 59 O I 3 4 3R K
(10ml/T75 $55508) , 24h W E H1E, B0 2 0. 2pm 38
REd e, - 4C &R
1.5 Wntl AT S m etk ed £ A

¥ 293 — be — GFP 40 % 24 FLAR P, B & A
Wntl -CM 8% GFP- CM( X B84H),24h [FTEZR X B ER
T WL GFP Fiktdol.
1.6 Western blotting 2°#7

WE LSRR BB 293 — be — GFP B fF A 24 FLAR
o IR Y 4 30mmol /L 9 LICIUR SRR BH) , X B
AMIMAZZEHARE LIC EHrE. SREREARIE
WLEGIE K B E Laenmli BEQ B h I BB, RE
HNEER] 4% ~20% BE B SDS~ PAGE(#) 10pg BEE /) ;
LKA, @ i P B A B B8 3 Tmobilon TM — P &
k- (Millipore, Bedford, MA,USA) ; iZ BT 5% I BAEYS — TBST
(10mmol /L Tris — HCl; pH 8. 05 150mmol /L. Na(130.05% Tween
20)EEETHEA 1R FHA—HEH 3- EARFANPK
( Transduction Laboratories, Lexington, KY, USA)ZEE EH ¥
AR 60min; ABHRE, MA —HBEAEBRBIEL
YWEE 9 H R 1gG Bk ( Pierce Chemical, Rockford, IL, USA),
B-EAEARKS GFP MR & EOMFET LUE T Su-
perSignal West Pico Chemiluminescent Substrate Kit (Pierce
Chemical ) ¥ 1 3 F§ Kodak 440CF Image Station i 3%,
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