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Abstract

AIM: To investigate the effect of microRNA570
(miR-570) on the proliferation and biological
properties of HT-29 cells and the possible mech-
anisms involved.

METHODS: An miR-570 mimic was transfected
into human colon cancer HT-29 cells. Cell prolif-
eration was studied by cell counting kit-8 assay
(CCK-8). Total miRNA was extracted and the
relative expression of miR-570 was quantified
by real-time quantitative PCR. Western blot and
real-time quantitative PCR were performed to
analyze the expression of f-catenin in the cy-
toplasm and nucleus. The expression of c-myc,
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cyclinD1 and survivin was also detected by real-
time quantitative PCR and Western blot.

RESULTS: After transfection with the miR-570
mimic, the proliferation ability of HT-29 cells
decreased. The inhibitory effect was most signif-
icant at 72 h (53.23% + 1.22%) (P < 0.05). The ex-
pression of miR-570 was up-regulated more than
20 times (20.01 + 0.32) (P < 0.05). The mRNA and
protein expression of B-catenin, c-myc, cyclinD1
and survivin was decreased in the miR-570
mimic group, compared with blank and negative
control groups. Western blot results further con-
firmed that the protein expression of B-catenin
in the nucleus decreased significantly, although
its expression in the cytoplasm did not change
significantly.

CONCLUSION: MiR-570 significantly inhibits
the proliferation of HT-29 cells possibly by regu-
lation of the Wnt/ B-catenin signal pathway.

© 2014 Baishideng Publishing Group Inc. All rights
reserved.
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1 SRIASE

1.1 ## DMEM4iJfali 9755, OPTI-MEM4H Jf
B LR IR FERUIR 2P 35 W H Gibeo; 41 e s
RflLipofectamine™ 2000, RNA#HEZ AR
TRIzolIFISYBR GreenL i ¢ & P CRIAF
¥ HInvitrogenA H]; B-catenin, c-myc.
cyclinD1. survivin, miR-570F14Z #1514
H EE 0 A |l S G 2w BEBURI I CSTA
H]; Western blothH IS 440 i A2 0K
&L BCAEM A AR IR & CCK-8ik
WA B SR F, NG EHT-29
20 1 (T B K A A AR ) 2 SR ) SR
DMEM#; 736 M1110%FBSH; 7.

1.2 7

1.2.1 R N&5 0 fRH T-2976 2 10%if
A LG IDMEMERFRIEH, 737 'C. 5%IfCO,
ZAF T RETR, B RIIR, 3-4 dfEAR1IR. 4l
i i B AR 80% I HEAT e L.

1.2.2 Z@fe 44 miR-570 mimicsHlIPEx FE 20
(NC)/F 1l Ftg 75 i 28w Bevk G . 525 53
H3H: (D)F AR RALBCHL): 475 MR 77
W )BT R FRAL(INCAL): 40 Hu s JLBENLA B
miR-570 mimics NCJ7B¢; (3)5£452H (mimics41):
M A YemiR-570 mimics4l. miR-570 mimics
FERA: IFE UE: 5“UAGCACCAUUUGAAAU-
CAGUGUU-3', Jx X#: 5'-CACUGAUUU-
CAAAUGGUGCUAUU-3". miR-570 mimics[]
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XA BENLA B, 1E SUEE: S'-UUCUCCGAAC-
GUGUCACGUTT-3', Jx X%: 5~ACGUGA-
CACGUUCGGAGAATT-3'. HAk7J7%:% W.Lipo-
fectamine 20008 1E M. B E A= 41
Bl TS AUER, 40 Mo A=K 2 o 15 97 FL.80%-85% i)
AT L. ] %miRNA/Lipofectamine™ 20005
AW R Bk 10 uL Lipofectamine™ 20004
100 LM 5 72 OPTI-MEMH; [A] i H 100
pL I35 5 75 OP TI-MEMAi B miR-570 mim-
icsFPIHXT G AR SR RIRG S, =
WRCE 20 min)5 75 FmiRNA/Lipofectamine™
2000 5. ¥miRNA/Lipofectamine™ 2000
HEMEMANILET FRR P, 37 CRFEMEEE
18-24 hJm, FELINA1800 uL%10%05 24 MLi& 11
RPMI 164085723572 41 Y, 4 Je48 hji5, 18] & ¢
6 BT WL B2 e G e, 1k el 80%, XA Hu itk
TS5

1.2.3 fm a3 s a4 5 B (CCK-8 55 32): BN %/t
KA 42 BEFL1 X 1040 B 322 b 96 FLAR,
A MBI PATAL. B59724 WG TR, B g
J524. 48, 72 h, IIAIKEEA10 p LI 40 it 2
X7 Er8(cell counting kit-8 assay, CCK-8)¥A i,
BRSO 2 5 FL450 nmAk (W6 B2 (A) . 40
BEFEINHIR = 1-(SL K 4LA -5 A A )/ Ot IR
2 FHIAE -2 LA ) X 100%. 5256 E 3K,
1.2.4 Real-time PCRA&MmiR-57089 & ik %
miR-570 TRIzol— AR MU Y21k 80%41 iy
BRNA, 7O RETHIE B RNAM AL,
A PEREIE FLVK TR MURN A . W miScript
Reverse Transcription & 4% s 107 Gk L [ s
JeDNA, [W4At: 37 °C 1 h, 95 °C 5 min. DA
cDNA J B, W fHmiScript SYBR Green PCR
I B HEAT S O E BEPCR, BAU6H N Z
I, Z A miRNANIU6 snRNA KIHE 545 | DA 4
miRNA ] /71| (http://microrna.sanger.ac.uk/) & U6
snRNAJF %1 W FPrimer Express software v2.03f
1T, 519750 043 3 U6: TTCGTGAAGC-
GTTCCATATTT, miRNA570: TCTCCTCTGCT-
GGTCTCATAC, SER %) EPCRENIFE7300
SEFPCRAY AT, PCRW 45 A: 95 ‘CHil#420
min 94 °C 10 s, 60 C 20 s, 70 'C 10 s, J£404
TEER. L2 ORI R B M miRN AR X k&, A
Ct = Ct,rua-Clue. LI 3R,

1.2.5 Real-time PCR#&M|B-catenin, c-myc, cy-
clinD1, survivin mRNA% ik %: PIcDNA Jy i
B, SEI 9 EPCREZIAE73005E HPCRIX L

Baishideng® WCJD | www.wjgnet.com

BT, RIS X IELFIGAPDHA NS M. 5|7
FIWTR: B-cateninf¥) 3519 05'-GCCAGTG-
GATTCCGTACTGT-3', 5 |#45-GAGCTT-
GCTTTCCTGATTGC-3"; c-myc L5194
5-ATCACAGCCCTCACTCAC-3', Fii54¥
H5-ACAGATTCCACAAGGTGC-3'; cyclinD1
514 5'-CCGTCCATGCGGAAGATC-3,
N5 A5 -ATGGCCAGCGGGAAGAC-3,
survivinff]_ L7514 4 5-TCAGTGGGGCAGTG-
GATG-3', 514 k5 -CCTGGCAGCCTTTCT-
CA-3"; PCRX N 44F: 95 “CHi#20 min, 95 °C 15
s, 60 C 60's, 72 'C 15 s, 2L40MFFF. SZEG T3
K.
1.2.6 % )& ¥ ik £ ¥ (Western blot)#nl
B-catenin. c-myc. cyclinD1. survivin®& & %
RSP MR R R AR R R R B R
5 X 1051 X 10" /mL, 5.0, WEM N, 3
3, A TFA I ERL(PCV), £F20 pL4i g R AN
HIIA200 uL BufferA, WWHER S, UK, TIA
11 pL BufferB, 464255 % VK, 55016000 g,
5 min), YAk EIE RO ISR SR E . AR B OUTTEY)
I ABufferC, 75 UK B0, PR L
T B A A i (R A B 70 6 U B P A L
AN S R . BCAVEI E R IR, FEA
IIAN10%SDS-PAGEHL 1K/ 2, HLH 8 27 4k e
b —HUHE (B-catenin 1 © 1000, c-myc 1 : 1500,
cyclinD1 1 : 2000, survivin 1 : 2000)3 L0 & it
P, VERE3 IR, ZPUIEE A1 2 10000, EIEIFE2 h,
BEMEL. LAB-actinshy N 2. SIR ST 3K,

it A Ky FHSPSS12.08 fF AT
Gt 2E AT, S Uimean+ SDER IR, WFE
A4y J ) LR FH T oy e 5. 20 21 2 ) 4
P 73 K FH FL R R 7 2253 BT (one-way ANOVA).
P<0.05ZERAGIFEX.

2 #R

2.1 miR-570%FHT-29%m #L3% 385 49 %% HCCK-8
T 24, 48, 72 hif 4N MG Sy, D
Bmimics 55X AL, mimicsdd 7E#4 4e
miR-570i5 & I 50 AR 4H ff 58 58 40 1 6 1) 2 25 7
1H1(P<0.01), 72 hirJAHI/E F 55 ] St 40 B G 417
TN 53.23%+1.22%(FK1).

2.2 3348 hJe R R e le A miR-57044 & ik
KF HA X Z(1.00£0.05) 4 b, miR-570
mimics41(20.0140.32)% 1A L2045 (P<0.05) (&
D).
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AR GER, f
i it 32 B7-HI
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¥ B7-Hl1% F 8
FA, At §
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HSFmiR-570 %
CD274 4 A A4
R, L2HER
Bk
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