cJ

b U PR3 A

: http:/ /www .baishideng.com/wcjd/ch/index.aspx
: http:/ /www.wjgnet.com/ esps/helpdesk.aspx

DOI: 10.11569/wcjd.v25.i2.122

2017 1 18 ;25(2): 122-128
ISSN 1009-3079 (print) ISSN 2219-2859 (online)

© 2017 Baishideng Publishing Group Inc. All rights reserved.

BASIC RESEARCH

SiRNAZE [a] FHLKLF1 7%t 25 B B 7% 40 Bl #k SWA 801 58 0
yan 4z 0p-Al0

mE £k #
Kriippel
(Krippel like
factors, KLFs)

KLFs

. Kriippel
17(Kriippel like
factor 17, KLF17)

KLF

E1® 15 # A&

J3aishideng®

430022

R , No
WJ2015Z2063; ,
No. WX16C39; , No.
2016CFB595.

: , , , 430022,

i 215

mengqgingbin_007@163.com

:2016-10-13

1 2016-11-09

:2016-11-30
:2017-01-18

Effect of siRNA-mediated
inhibition of KLF17 expression
on cell proliferation and
migration in human colon
cancer cell line SW480

Zi-Wei Qu, Qing-Bin Meng, Xin-Bo Xiao, Hua-Tao Chen,
Chun-Xiang Zhao, Hong-Fen Zhang

Zi-Wei Qu, Qing-Bin Meng, Xin-Bo Xiao, Hua-Tao Chen,
Chun-Xiang Zhao, Hong-Fen Zhang, Department of
Gastrointestinal Surgery, the First Hospital of Wuhan,
Wuhan 430022, Hubei Province, China

Supported by: Hubei Province Scientific Research
Project, No. WJ2015Z063; Wuhan City Medical Research
Project, No. WX16C39; Natural Science Foundation of
Hubei Province, No. 2016CFB595.

WCJD | www.wjgnet.com 122

Correspondence to: Qing-Bin Meng, Professor, Attending
Physician, Department of Gastrointestinal Surgery, the
First Hospital of Wuhan, 215 Zhongshan Avenue, Qiaokou
District, Wuhan 430022, Hubei Province,

China. mengqingbin_007@163.com

Received: 2016-10-13
Revised: 2016-11-09
Accepted: 2016-11-30
Published online: 2017-01-18

Abstract

AlM

To inhibit Kriippel like factor 17 (KLF17) gene
expression in human colorectal carcinoma
SW480 cells by small interfering RNA (siRNA)
technique, and thereby observe the effect of
KLF17 gene silencing on the proliferation and
migration of SW480 cells, in order to provide
the theoretical foundation for inhibiting the
recurrence and metastasis of colorectal cancer.

METHODS

A KLF17 siRNA eukaryotic plasmid expression
vector was constructed using genetic recombi-
nation, which was then transfected into
SW480 cells by electroporation. Fluorescence
quantitative PCR was used to detect the mRNA
expression levels of KLF17, E-cadherin and
Vimentin, while the protein expression of
KLF17, E-cadherin and Vimentin was detected
by Western blot. The proliferative activity of
SW480 cells was assayed by MTT assay.

RESULTS

Compared with the control group, the
proliferation ability of siRNA-transfected
SW480 cells was significantly suppressed, and
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the cell morphology changed from round or
polygonal to fusiform and cells developed
many projections. After siRNA transfection, the
mRNA and protein expression levels of KLF17
and E-cadherin were significantly decreased,
and the levels of Vimentin mRNA and protein
expression were significantly increased in the
siRNA interference group.

CONCLUSION

Down-regulation of KLF17 expression in
human colorectal carcinoma SW480 cells may
promote cell proliferation and enhance cell
migration by inducing epithelial-mesenchymal
transition.

© The Author(s) 2017. Published by Baishideng
Publishing Group Inc. All rights reserved.
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& 1 gPCRS|¥RE5I

HHRE EHs14(5'-3") TBSI95-3)
KLF17 TAGTAAAGGGGATGGTGCGA CTCACACCCTAGCCAAAGCC
E-cadherin TTGTGGAAGGAATGGAGGAGTC ACCTGGAATTGGGCAAATGTG
Vimentin AGATGGCCCTTGACATTGAG TGGAAGAGGCAGAGAAATCC
GAPDH CGACCACTTTGTCAAGCTCA AGGGGTCTACATGGCAACTG
gPCR: ; KLF17: Kriippel 17; GAPDH:
HX SRR TR ST B R . B R R 1.2.3 CAE R A E S E

(E-cadherin)s& — M FL A7 4 B A5 FEHRR 1 1) 254
MR R R A, &R R R E AL
W M1 (Vimentin) & 41 fFEEM T[] 5 P AR 5 4

+, R 4245 R R 5 B . E-cadherin
FVimentinfF N 41 FUEM TP 3= ZL 4 8 A, %
JIe e 40 0 42 28 RV A A L EL T E . kAR
EMT ) 98 40 g P E-cadherin [ 22 35 T = Al
Vimentin N[, FR 5 R AEFHBS. AR5
WL/ N FFHRNA(small interfering RNA,
siRNA)FE ] 1 45 H W 40 i bk S w480+
KLF17/IA, Rl TPt 4 M 14 GE s 4 DA A
E-cadherinflVimentin{E I K 7K-F-F 8 (7K
ik, PRITKLF 170 45 e 40 ML 4 2R A e

(A

1 #RRT5E
1.1 N &5 .l i 4 PR AR S W4 80 H AR 5K
=t KLF17H044E B Santa Cruz/as #l;
E-cadherinflVimentinPi /&l H Thermo/A #;
RNA TRIzol#& A7 & H Takara s vil; RIPA
ARG S B S R AF], A
H Bio-Rad /A .
1.2
1.2.1 : SW480:5 75 T %10%
525 & FIDMEME; J8 H, 37 °C, 5%M1CO,
ZAT TR, 0.3%BEMEH AL AL AR, BOW HA:
4t 2% .
1.2.2 siRNA AR
Wi NKLF175:R 7 %(Gnen Bank3k K £ g
No: 173484.3 GI: 104294873)% 11 KLF175|4),
1El): UUCUGAAUGAAUGUAGAACUUJR
ll: GUUCUACAUUCAUUCAGAAAA. Jithi
KLF17-siRNA, HF5/7%1: AAGTTCTACATTC-
ATTCAGAAAA. #ifkty gt iR RHEY)
FOARA R 2\ 58 k.
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YL IR TR AT e NSWASOZH L. #5YLHi24 h
AN B REAT 73 MALAR, AR5 H10.25% B i AL,
PBSZE MM UE3 R, BAMEE T 4l i vt 20Ot
FHRSE H2X 10%30 uL, K LA, K ok
RN BB A mmEEFEAR R, JRAI95), UK
#5-10 min. HE450 V, 75500 muHi 414
TR AL, R SE RS, R AR T ok
5-10 min, SR J5 ¥ 40 4 7% 2124 F L3 TR,
LI 10% A 25 M3 DMEME; 3531 mL,
37 C, 5%MCO M MR IR, 48 ha 7EfEIE %
R TSR R IA SR (0 9 B A R R ) BH
PEAN KL BREERIINAT, A RBTAN OGRS
AR, N Gt vy, UG IS TR 4 gk
17520, AARTE YL SWASOGN B E g o} 1, #%
Y3 B TORLAE by P B K SI2 56 40 A o TR
gl BAPEXS B FISIRNAT-P4L.

1.2.4 PCR A
TRIzolZE$ZHAN AL MRNA, 46 e 46
DURNA [ B A0 L. A FH PrimeScript™ 11 1
Strand cDNA Synthesis Kit(Takara’\ #))iE4T
cDNAZ V. K20 pL 2 A& (2 X SYBR
Premix Ex Taq'™ 9 pL, F¥75140.5 uL, FiFs|
0.5 uL, cDNA¥ 1 pL, DEPC H,O 9 uL))ik
A7 5 A WS [ Y. (quantitative polymerase
chain reaction, qPCR)Jx, 95 C il 1430 s,
95 °C 205,60 C 155, 72 C 20 s, 40MEHR. %
SERlqPCREIYI P At 1.

1.2.5 Western blot s AR G2 A
X LA I M ot R A e ) 4 2R o i 24
fift. W20 WLARLRFE A2 TSDS-PAGE HLIK,
RIET= W TS DAERRET Y F I L3 AT IRV
DURE T H Jih 1 i U (reduced glyceraldehyde-
phosphate dehydrogenase, GAPDH){F 4 52 i 4>
F b EY (Maker), JHidBandScans. 0844
XA AT G BEAT o0 #r; [ TP R E 5 GAPDH
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12 h 24 h 36 h 48 h 72 h
0.4687%0.0376 0.5341%0.0280 0.6823%0.0374 0.7932%0.0404 0.8813%0.0451
0.4073£0.0371  0.51520+0.04498  0.6563%0.0519 0.7493%0.0371 0.8315%0.0521

0.4565+ 0.0520 0.5947%0.0622

0.7972+0.0313" 1.0236+0.0520° 1.3568+0.0564"

°P<0.05, "P<0.01 vs . siRNA:

RNA.

a
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-

(¢/h)

B 1 siRNATFHRIS AGEEprEMiEswas0/HigigiEdh
£ °P<0.05, "P<0.01 vs . SiIRNA: RNA.

i R 6 FEAE 2 LU AE S 2 T (RVAH), LA
SWLEE R RIS TR L.
1.2.6 s FE s
B2 0T R AR B 1 AT S W4 8041 it /)
Sl FH 7 10% /05 24 1L 375 1R 5 73 I o o/ 4 i
R R AN R 1 X 10"y /mL, AR JE 4y
sl AT 96 L4 s 7R, 737 °C, 50 mL/L
CONEFA TG, FEIAIRR12 hE a0 kA 7
0 P S AN LN DY A AR 20 EE (methy]
thiazolyl tetrazolium, MTT)##(5 mg/mL)20 uL
AReLREFR4 WG bR & B3, FALIN100 pL—H
AR, FE 15 minffi4h 5 7850w, HRG I S
PR e 540 nm & FLOGEE BEAE, IESAG I
3.d, VAR RE AR bR, 62 BEAE A AL bR 2 1
AR, DAL AN B ) S B O
1.2.7 : siRNATHL
KLFI 75D Y11 5 S WASO AN i FE A A8 .
L 2H TORL S AT G i 31 i 23 4 €, 5 ' B 1T I 2
DAL, B YL 2 J R R HH S (0 98 ), 5 448 hJig nf
TE ) B 2O WA N M EES W804I f M TE 2
AL

{f FISPSS18.04 1 4k A 314 T
BE T, i R Lhmeant SDEIR, LI 45
SRAEFH B DR 28 5 2 A T EAT AL I3 B 7
Ebi, 5 255 IR LS DIk, £ AN TR ik #
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1B5. A: Western blot : B: KLF17 E-cadherin
Vimentin . P<0.015, "P<0.01 vs

KLF17: Kruppel 17; GAPDH:

Al Rk 25 A3 7R, F YesiRN A IS W480
A, KLF 173 DRk 7K P i 25 AT 0 B
ZH R BH PEXS B 4H.(P<0.01). SEX A1 E-cadherin
2 IR 2 08 K ik 35 I T 0] FRCAE R B 0o i 4L
(P<0.01), {HVimentin[{JmRNAZKF- . 2 & 1%}
FELZE RN 9] 0] B4 .(P<0.01).

2.4 Western blot#4; il £k
F 4578, KLF17H1E-cadherin#FsiRNA T
[1ISWABOAH i H (1) 2328 Jb 21K -0 R AL B
X AL (P<0.015). SEIGZH A0 Vimentinf¥) 85
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P 32 b 2 v 1k R ZE R 9 ok R 2H.(P<0.01).

3 17E
ARSI T 1 s iRN AP N 45 H W s 41 i bk
SW4B0HKLF17(1) 435, 18 Al 41 FuEM TAxR
SMIE-cadherin 1\ VimentinZE R R85 [ 121X,
PRIUKLF 1755 S WASOAH Jfd (14 38 5 vty M R 2 22
AL RE 5 m, UK LF 175 25 1 W kA
FERS RN, PR R SR YT 45 E i
B B HL At

KLF17)8 FHRE/KLFsE R E AX
%, BAARhRe s B, e AT Ll
G55 AN JE )1 BT 1, R 0 4 i
(R ARG sl IR R, KLF17
TE W5 2 V9% 20 i 1 2 a8 K PR T IE R 4
G B RIKIKF, dn il g A0 LR 4
K LF177E 8 40 it v i) 308 2 5 g 4
MR AL Z R A2 R, Al R R B
FAERAE, HRHAYT IR R TG 20N A 25
Wi A TUEE R WoR, e AsiRNAR A4 EH
Pt S WABOZH Hfu 1y 38 L vty Mk 08 35 v o0 L 401
KGN M, BEIAFNHIKLF171¢ 208 mT A2 gk
Jie 2 40 B 3 B T A0 T A A S R
SiIRNATHL 5 S W40 il JE &AL AL 12 2, i 4
T (1) 15 T2 AL AR T i H 22 > S 1) 1) 78 It
NARE, SOUH SR EM T &4 0048, fEX)
L g R P B 5T R R UE SE, KLF1730k
TR AR AT LA 328 97 40 i fy 42 28 N R B
Cai %5 PHE X} fili g (R ATF 5 Hp 2 WA HIK LF 17 /%
i (12 0 M e 40 L %) A K LG it g T8 7 AR A
R, Lius5U e 3L e 4 e i i 52 h R
UK LF1755 Jed 1) R AR AFAE R OG, IX S5 AR SE
5 K LF 17 1 2R 0A W] LU 1 45 1 o 40
JR S G B

E-cadherinfF b —FP R 82 1, 7240 %5
B 2R 4 DA S HEFR Al i R TR A8 e s rh A A R
EEAEH. StefanouZ " 5T B, 22 Rl i
I R AR S E-cadherinFE D 23K 14 R
K. B-cadherinfJik N2 MR AEMT
SR br. 40 R AEEMT Al LA 41 i 2 7]
R IR, (Eb gl i . RS ah R
7, SIRNATHEKLF 17/ 315 5 |2 E-cadherin K
AImRN AKX I [ R T 35 15 I8 T 0] fi 4.
E-cadherinFE[R B35 T, A8 40 8] () 26 BEAE
ARG, 41z )k Lok s, AmEE R A
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(2 1k T LU % S Vimentinf_EiREIA, 18
Jiev 988 40 W T 2 R A= AR Ak, AT AR 32 e 93 41
EMTIIA A, 515 s 40 i & AR 22 e .
E-cadherinflVimentinz /e 41 f & AEMTH]
HERRE, AT T HKLF1 7818 0] LA
fiEBEE-cadherinff) R IA KA Vimentin [ £k
Th, K LF170] LS 5 45 H S W4804
Jf 5 AZEMT, BT (R 1E Jie e 400 B ()2 22 R

B, KLF17AE b T ) 40 i D] A g
i VAT R TS 2 AR AR H H A
KLF17X] 45 5 A FHLSIA Ab TR R B B
AR L siRNATHKLF17[3RIE, n] LI
SR SR 40 I 110 08 B 9 ek DA R A e 4 PR T 2
RAEARA. TE R R KT R (KPR I
MsiRNATHRKLF178IA 7] LA T Vimentin[f]
iRk L K E-cadherinff) Fif#IE, FF4
JEAMUEM T & AEHLI, A o] DAAS 3t
KLF17/f13 1A n] LUt i Jes 40 i & A 42 22 A0
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