510 Medical Science Journal of Central South China,Sep 2015, Vol. 43 /No. 5

DOI:10. 15972/j. enki. 43-1509/r. 2015. 05. 007 - AR
Kiss-1 #2& 15 &5 N9 1= 22 5 % 18 e I nisig )

X|EE R, eh £ EEE
(1. R RFWES —ERHNCAR, #ME #M 4210012 BEKFFRAER)
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The Effect of Kiss-1 High Expression On Inhibiting Invasion and
Metastasis of Colon Cancer
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Abstract: Objective To explore the effect of Kiss-1 high expression on invasion and metastasis of the colon cancer
SW480 cells. To preliminarily define the influence of kiss-1 genes to the expressions of matrix metalloproteinase-9 (MMP-9)
and MMP-2.  Methods To guide plasmids pEGFP-N1-Kiss-1 and pEGFP-NI into the colon cancer SW480 sells instantly
with the method of lipofectin transfection. Divide cells into three groups :the blank control group with no transfection cell , the
negative group with transfection of the empty pEGFP-N1 cell, the experimental group with transfection of plasmid pEGFP-
N1-Kiss-1 cell and up-regulation Kiss-1 expression level in colon cancer cells. Applicate Transwell experiment to detect the
invasion ability of the colon cancer cells. Western blot and Real-time PCR, respectively from protein and the level of mR-
NA , were used to detect the influence of Kiss-1 expression to the expressions of MMP-9 and MMP-2.  Results Success-
fully guided pEGFP-N1-Kiss-1 recombinant plasmid into the colon cancer SW480 sells. Transwell experiments detected that
the experimental group,compared with the negative control group and the blank control group,can obviously reduce SW480
cells invasion ability (P <0.05). Western blot and Real-time PCR detected that the experimental group Kiss-1 protein and
mRNA expression level increased significantly ,while MMP-9 , MMP-2 protein and mRNA expression level decreased signifi-
cantly,, compared with negative control group or blank control group, the differences were statistically significant (P <
0.05). Conclusion Kiss-1 can inhibit the expressions of MMP-9 and MMP-2. Its regulatory mechanism may be related

to its inhibition to the invasion and metastasis ability of colon cancer.
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L1 EEMB 455 SW480 A LAAF T R tE
KB S — EE B R ST T — 80 °C kA Hh 5 ok
pEGFP-N1-Kiss-1 25 34K (pEGFP-N1 ) Fki fy [ ifg
ARG B, B & A S EPOEE  (GFP) , £ T
U5 S To1R 5 BR A Y i ) & LipofectamineTM 2000
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3.2 pg pEGFP-NI1-Kiss-1 Jii %7 fl 8 uL Lipo-
fectamine2000 735176 B 2 BAFUR 250 pl, Eil T
FE S min, % B DL E 4 A & lipofectami-
neTM2000- pEGFP-N1-Kiss-1 {5, 7E =R FIFE
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P2 MR M R, 2SR (IR) A
AR (%) = (25 X BR AL 28 AL — 20 41 27
$50) /5% HRZH 2R RS20 MO 2 % 100%
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Xk, L GADPH fE R INZ; AACT =LK
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%1 Kiss-1 MMP-9 MMP-2 1 GADPH &J5| 415 51

EAy i S (5'—3")
Kiss-1 F.CACCCTCTGGACATTCACC

R:CAGTAGCTGCCAAGAAACCA

MMP-9 F:CAGTCCACCCTTGTGCTCTT
R:ACTCTCCACGCATCTCTGC

MMP-2 F:AGTTTCCATTCCGCTTCCAG
R:CGGTCGTAGTCCTCAGTGGT

GADPH F:AGAAGGCTGGGGCTCATTTG

R:AGGGGCCATCCACAGTCTTC

1.3.4 Western-blot 43 5| $E IR & U 5% Y 1) 25
X HEAL B XT R K 5256021 v SW480 4l B H
K FH BCA G071 G0 5 25 4R AR 2 OV, 10% %n
15% FREPIIRTEREBERE VK , 21 T 57 2 R W —
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B X —HT R e, 55 R B LR R G (B F
A8 BIO-ID ) SRAEEUS R H AlphalmagerZZOO i
UG R Gex I R AT K BEAE AT , 55 J5 >R GraphPad
Prism FAFHEATHIE, SEEREE 3 K, /0 BI K Kiss-
1 .MMP-9 Fl MMP-2 ZE 1933k,

1.4 SitFESHAE B SPSS19. 0 HATH I
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R,
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2.1 pEGFP-N1-Kiss-1 AL ¥ = S5 87 8 SW480
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48 hJ5 , fE 2 6 WA B T WL AR A, % YL A R ik
90% LA E(EI1),
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2.2 Transwell 8l Kiss-1 X455 9% SW480 A2
ez 3: b A = L5 W SWAS0 4 it = 28 S B 4%
R 2 ME 2, SCH A2 4% (14. 50 = 3.
88) MK T Pk XT R A (19. 22 + 4. 87 ) M a5 (AN}
HRZH (21.12 +£5. 12) SW480 41 il {2 2% (P < 0.
05) , SEYnH iz 242 25 TR XT A (P <
0.05) . Kiss-1 AEW W FEAIR LS g SW480 4t itd i 1=

ab
e

# 2 Transwell ¥ Kiss-1 % = £8 45 B & SW480 ZH 2
ZHIRE (n=3)

21531 R ZEEL() 1RZEMHIZ(% )
EEXIEA 21,12 +5.12 0.00

B HE 4 19.22 +4.87 7.75+1.18
S 14.50 +3.88% 24,38 +6.25"

EFRAPERS B H AT, a: P <0. 05 ;528 AR IRZH LU #E, ¢ P <0. 05
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2 Transwell £ iUl Kiss-1 X = 28 25 i% & SW480 4f f1 2
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2.3 Real-time PCR #& M Kiss-1, MMP-9 01 MMP-2
TEL A SW480 i H mRNA T RILE 551
PEXT HE ZH A S50 4 A0 Y Kiss-1, MMP-9 I MMP-
2mRNA AN Rk A5 R K 3 s, SCgm
Kiss-1mRNA 753K, 1fiif MMP-9 Fl MMP-2mRNA
TR B ERAL, WA L = R RA SR
X (P<0.05), Kiss-1 @ikl MMP-9  MMP-
2 MRIA,

2.4  Western-blot #ill Kiss-1, MMP-9 1 MMP-2 7
SW480 4R E AR R IX =2 SW480 4l fity
Kiss-1, MMP-9 il MMP-2 & ik 45 R an /&l 4 fir
TRo GEREIR: Kiss-1 8 HAELE 4 Rk, M
FERFEXT R AL 525 (0T B P AR 3Rk, = bk 22
S HEA G L (P <0.05), MMP-9 1 MMP-2
A LR S5 50 21 v 3Rk K7 BT ARG T B R A
(P <0.05) F125 FAXTRRAL (P <0.05) . Kiss-1 /5%
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KA MMP-9 MMP-2 (551K,
349 ik

2 K S B B s R T 5 S kR Ak
RS IEAHC B B — A 2 D B I W I 5 2
F14 98 40 B 5 T = A0 B TR) B AR VR T S b
SRR R JE B ] TR MMP-9 HT MMP-2 JE i TV 585
JE .V B R AT A e, AF 40 i 41 2 5T (extracellular
matrix , ECM ) [ B fif 1P 98 38 b R 2R, OF
A IR A0 R A SR 2 1 P O 1 ] R AL 47 A 0
Vi, T 5 | e & A AR R R RS TR I, ok
2 I ST AU AT i R e R v IR i it e, R
AWFTE R, TE 2P R AL IR Kiss-1 2
IR, S g ZLIRAE SR X R Kiss-1
A Ry 2 RS A ] 5 D) B L AZ AR (g s 2k T g 5 N2 e
(R SRS B ORI G . HAT Kiss-1 B A 1AL
Tl A ARG, FAHRIE DL Kiss-1 FEE A HIF555
AL AT RE-S 40 M Ah R #2 ERK B R 1k S5 5 i 5
IkBo P a3 b p65/p60 &, HE M MMP-2 Al
MMP-9 Fikigi/bA 51 ikl Ji 5" 7Kg
SPGB Kiss-1 38 3 9 ] ERK B 2 fbi& 42 i
AJ INK 3845, e &AL NF-kB [ fif i MMP-O 15
PR B, OR300 kg 4 A8 oA SRR BR
2z Ah SRR RS Kiss-1 AT B 5 4000 1 K g 9
HT115 40l R W42 28 FIE RS 68 7, 1 ELIG R BA S A
FEMIHIAL SRR — i, R Z b
SRR L R P Kiss-1 FREAL TR (k0 T
L LRE R R i i O A N @ 1 ST
Kiss-1 7] i & P45 i SW480 Al iR 78 RE T,
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