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Abstract: [Objective] To investigate the expression of microRNA-200c¢ (miR-200c) in colorectal carcinomas
(CRC), and analyze its role on tumor cell migration and invasion. [Methods ] The expression levels of miR-200c¢ in CRC
tissues and adjacent normal mucosa were assessed by real-time quantitative RT-PCR (qRT-PCR). miR-200c mimics
were transiently transfected into human colorectal cancer cells , and their roles on cell migration and invasion were an-
alyzed by Transwell assay. Cell proliferation was measured using the Cell Counting kit—8. The expression levels of epitheli-
al and mesenchymal markers as well as related transcription factor ZEB1 were detected by Western blotting. [ Results ]
Lower miR-200c expression was found in primary CRC tissues with lymph node metastasis compared to those without
lymph node metastasis and adjacent normal mucosa. Transfection of miR—200c¢ mimics suppressed proliferation, and
reduced invasion and migration in SW620 cells. Furthermore, up—regulation of miR-200c¢ inhibited ZEB1, and resulted

in increased E—cadherin and reduced Vimentin gene expression. [ Conclusion] miR—200c¢ was associated with invasive
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and metastatic behavior of CRC. These effects may be mediated through regulation of epithelial-mesenchymal transition.
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Expression of miR-200c¢ was analyzed using real-time quantita-
tive RT-PCR. miR-200c was significantly downregulated in primary
CRC with lymph node metastasis. 1) P<0.05 »s CRC without lymph
node metastasis (U=138.0, P=0.011); 2)P<0.05 vs adjacent normal
mucosa (U=195.0, P=0.000)

El1 Real-time PCR#:ill miR-200c £ 45 B fF B 1 IE &
PG IR A R YR IE RS
Fig.1 The expression of miR-200c in primary CRC

tissues and adjacent normal mucosa

2.2 miR-200c Xt £ B % % 40 A &K 1 78 B8 1 1
A
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Table 1 Correlations of miR—200c expression levels with clinicopathological variables in patients with CRC

Clinicopathological variable Total[n(%) ] Expression levels of miR=200c in CRC Median (IQR) U P

Gender 237.0 0.981
Male 28(62.2) 6.45(2.53, 12.21)
Female 17(37.8) 8.30(3.23, 11.78)

Age 304.0 0.057
<60 15(33.3) 6.24(1.47, 8.30)
>60 30(66.7) 9.14(3.31, 12.23)

Location 185.5 0.219
Rectal 17(37.8) 5.65(1.69, 11.07)
Colon 28(62.2) 8.13(3.77, 12.21)

Differentiation 150.0 0.073
Poor 5(11.1) 3.25(1.34, 6.72)
Well-Moderate 40(88.9) 8.21(3.24, 12.21)

Lymph node invasion 130.5 0.006"

No 25(55.6) 8.30(5.83, 12.35)
Yes 20(44.4) 3.29(1.22, 9.31)
1) :P<0.05
209 E@ mik200c B NC BR Blank S B4 I 138% Fi1 31% , i £ M 53 531 38 i 146% F
49%" . JAE AT A AT T BORW RIS 280k
9] S (ERSL Rl R e N R Ry DR e X LA o =07 N S
1 TSR 8 EL R T R ORI BB L TRy 32 2 i
fot Mg B 65 S 0 B 2 22
= % TR U BN MR 5K Ak IR T miR-
R 200c J& T miR-200 ZE 1 i 51, F g B 56 5467 T N
00 A B K12 Bk (12p1331) , JEAEHTSE RN, miR-
72 h

Cell proliferation was measured using the Cell Counting kit—8.
Absorbance value was significantly declined at 72 h and 96 h after
transfection of miR-200¢ mimics. At 72 h, 1) : P<0.05 vs Negative
control (NC) group (1=—4.734, P=0.009) ; 2) : P<0.05 vs Blank
group (1=—-4.532, P=0.011); n=3. At 96 h, 3): P<0.05 vs Negative
control (NC) group (1=—8.007, P=0.001) ; 4) : P<0.05 vs Blank
group (1=-3.813, P=0.019); n=3.

B2 CCK-8#ill miR-200c mimics ¥ 33 SW620 £ i
HEFE A0
Fig.2 The effect of miR-200c on SW620 cell

proliferation evaluated using CCK-8
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YEHT, A2 32 i ieg 4 Mo 15 5% 5 e B JE i RE 77 o Sunda-
rarajan 3¢ R SO R B B R G UESE T
1€ LR 41 i A MY LK A1 TKSS 2 24 miR—200c )
FUIE A s miR-200c 3l 33 T P8 MYLK F1 TKSS & 11
Fik, T FLARE A MR 2R RS . TEARTFSE T,
ATk B miR-200c 76 114 Wk B 2556 % 10 45 E
FEAL U R T T U, WAE AN TEA R 2 558
145 M T A ZURN IE H kG s Al 21 rh ik T i 2%
P 2% F s miR-200c 1 R IK 7KV 5 835 1 AE % M
S IR RS bR o A R A I R PR S
TGO, B 590k L 45 56 B A OC 5 45 0 s 2 21
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Transwell migration assay of human colorectal adenocarcinoma cell line SW620. Cells in four random fields of view at 100X magnification were
counted and expressed as the average number of cells per field of view. 1) : P<0.05 vs Negative control (NC) group (¢=—3.122, P=0.035); 2) : P<0.05
s Blank group (1=-3.820, P=0.019) ; n=3.

B3 i miR-200c %3t SW620 40 KT B J1 A9 %
Fig.3 The effort of miR-200c mimics on SW620 cell migration

100
80 -

£

E 60 +

E 2)

= 40 4

3 | 1) I
20 - % - i

miR-200c NC Blank miR-200c NC Blank

Transwell invasion assay of human colorectal adenocarcinoma cell line SW620. Cells in four random fields of view at 100X magnification were
counted and expressed as the average number of cells per field of view. 1) : P<0.05 vs Negative control (NC) group (1=—4.255, P=0.013); 2): P<
0.05 s Blank group (1=—4.064, P=0.015 ); n=3.

4 i miR-200c &% 3t SW620 41 {2 & 6 J1 A9 %
Fig.4 The effect of miR—200c mimics on SW620 cell invasion
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ZEB1 E-cadherin Vimentin
Western blot analysis showed that miR—=200c inhibited the expression of ZEB1 and Vimentin, and increased the expression of E-cadherin. 1) :
P<0.05 vs Negative control (NC) group (1=—5.865, P=0.004); 2) : P<0.05 vs Blank group (1=-3.557, P=0.024); 3) : P<0.05 vs Negative control
(NC) group (t=4.116, P=0.015); 4) : P<0.05 vs Blank group (1=4.053, P=0.0015); 5) : P<0.05 vs Negative control (NC) group (1=-2.845, P=0.047) ;
6) : P<0.05 vs Blank group (1=-3.51, P=0.025) ; n=3.
5 i miR-200c X ZEB1 70 _k F7 8 B AL A0 RAR R M) R IZ K 220

Fig.5 Overexpression of miR-200c inhibited ZEB1, and increased E—cadherin and reduced Vimentin expression

miR-200c 3% 3k AR 10 B 38 T 45 5 K AR ik e g H e ARG T R BT RE B . IR
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MA K, WL, TAATHE—EWEE T miR-200c XF 45 MRk 358 AR HERHE ST, X 5 Ceppi 55 7
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