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Abstract; Objective

transition (EMT) associated microRNAs. Methods

To investigate the effects of transcription factor achaete scute-like 2 (Ascl2) on epithelial-mesenchymal
Colon cancer LS174T cells were transfected with shRNA-Ascl2 vector and
shRNA-control vector respectively, then the transfected cells were selected with G418 and stably transfected cell lines were estab-
lished. Real-time PCR and Western-blot analysis were used to determine the interference effect. Transwell invasion experiment were
used to observe the effects of Ascl2 RNA interference on cell invasion capability in vitro. MicroRNA chip analysis was used to de-
tect the change of EMT-associated microRNA expression, and real-time PCR experiment was used to validate the microarray re-
sults. Results The mRNA and protein expressions were significantly reduced after Ascl2 interference (P<Z0. 01). The numbers of
invading cells were significantly decreased after Ascl2 interference (P<C0. 01). MicroRNA chip analysis found microRNA-200 fami-
ly (including microRNA-200b, microRNA-200a, microRNA-429, microRNA-200c, microRNA-141) was more than 2-fold upregula-
tion after Ascl2 interference (P<C0. 01). Conclusion Ascl2 regulates the invasion and metastasis of colon cancer cell, possibly

through transcription regulation of microRNA-200 family,and then regulation of EMT.
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TGA A-3', FiE 51 % :5-CTA AGT CAT AGT CCG CCT
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NA. f#i ] Nanodrop 1000 #ff & RNA [y & & . 2 & I /£ mi-
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200a E#F51# 5'-GGG GTA ACA CTG TCT GGT AG-3', F
Wes| 4 5'-TGC GTG TCG TGG AGT C-3';microRNA-429 |-
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TGC GTG TCG TGG AGT C-3'; microRNA-200c [ i 5| ¥
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GGG GTA ACA CTG TCT GGT AA-3', T4 5'-TGC
GTG TCG TGG AGT C-3',

1.4 geit2z b SRHA] SPSS 13. 0 8 F 47 % 40, i 1
BORMT] Tt s 227 o 20 TH) P B R AT B R R 5 22 43, DA P<C0..05
hERAGITEE L,

2 & ®

2.1 GBI R D MR R R S X IR BTRL shR-
NA-control/ EGFP 1 T 4t Jii B shRNA-Ascl2/EGFP W b} % Ju
LS174T 4/l 48 h, Bt R A& BB & 5O E O R A
B, 25 R R B Y CRAR T 2000, i — 2547 G418 fifi ik, 3~4 Ji]
JG TV JRR S B e ) S B T — 2B 1 B R A8 B R e U v A
Jf1 2, B shRNA-Ctr/LS174T #I shRNA-Ascl2/L.S174T 4 fifs
2.2 Asclz TH AR MKMW X LS174T, shRNA-Ctr/
LS174T Hl shRNA-Ascl2/LS174T 4 Jifl # 45 Ascl2 mRNA #i
TR BE AR WK, 52 B 96 %E it PCR F1 Western blot
E B IR, Ascl2 B mRNAE 1A) FZE [ R (& 1B) £k
W R b, 2 R A Gt B L (P<<0. 0D,

2.3 Ascl2 i RNA FH 6 LS174T 40 0= 2866 11 4
fil {22 48 h,shRNA-Ascl2/LS174T 4ii ffi 5 22 41 B £ (84 +14)
B/ F LS174T 40 i1 (2924 32) Fl sShRNA-Ctr/LS174T 4 Jifg
(296+30), 22 57 H Giit % B L (P<C0. 0 WL 2A.\B,

2.4 Ascl2 i RNA T3 2 LS174T 40 Mg Y microRNA Fik
2 microRNA 5 & M shRNA-Ctr/LS174T #1 shRNA-
Ascl2/LS174T 40 ffd ¥ microRNA 3% 3k 3%, 45 8 B 7K, 350 Flt
microRNA %4 T B 254k, H i1, 178 Bl microRNA £ Ascl2
Ffg kA 2500 B B, 172 Ff microRNA 7E Ascl2 3
Ja RAE2AHEU BT, 5 EMT 560 microRNA-200 K%K
(2 5 microRNA-200b, microRNA-200a, microRNA-429 | mi-



FTHREF 2013 % 12 A% 412 5% 36

croRNA-200c, microRNA-141) 7F Ascl2 T3 )5 189 LS174T 44
Borh e sk 5 B0 2 A5 DL By bR, 4 B 1 6. 926, 9. 324,

6.584.6.264.5.879 £,
A
B 16
X
R 1.4
#® 1.2
-
% 1
=408
£ 0.6
Lo a
0.2
8
= LS174T  shRNA-ctr/LS14T shRNA-Asc|2/LS174T
B
o) 112
(42X 10t
N N S
N
S
&S
& &
& F

A:Ascl2 mRNA 235 40 B 5 B: Ascl2 Western blot % % ;s a;
P<<0. 01,4355 LS174T shRNA-Ctr/LS174T 4 }fs tb %
B 1 Ascl2 FHJE LS174T #B Ascl2 mRNA #1
EARKRIEEEE

R

% 3 0 81,
¥ PR (AR
% ?A Wty *}

LS174T shRNA—ctr/LS14T shRNA—Asc12/LS174T
B 350

300

& 250

g 0

% 150

100

50

LS174T shRNA—ctr/LS14T shRNA-Asc|2/L.S174T
A 208 Transwell i % [ (X 200) ; B; Transwell i 4> #7 [ ; a:
P<<0. 01,4355 LS174T ,shRNA-Ctr/LS174T 4 s kb4 .
B 2 Ascl2 FH G LSI174T A EB R T

16
a
14 F EIshRNA-Ctr/LS174T
- shRNA-Ascl2/LS174T
]

_K
0

mRNAE X 2
[e2]

miR-200b miR-200a miR-429 miR-200c miR-141
a:P<<0.01,%5 shRNA-Ctr/LS174T 40U tb %2 .
& 3 real-time PCR I&iE Ascl2 F#H /& _EE B microRNA

2.5 253K microRNA LR 986 E = PCRIBIE H T
B9 UF microRNA G 45 58 A WF 5% iF — 25 ok 58 B 28 0 &
PCR £ AR X5 %5 1% %% 40 e EMT #H 2% ) microRNA-200 K %

4363

PEATIRE . 25 SR 9E — 42 3E 52 microRNA-200b, microRNA-200a
microRNA-429 .microRNA-200c Lk & microRNA-141 ¥£ Ascl2
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