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Influence of shRNA claudin—1 on invasion and metastasis of SW620 cells
SONG Yu
(College of Special Education ,Changchun University)

[ Abstract]Objective: To investigate the effect of claudin—1 on the cell adhesion,invasion and metastasis capacity through inhibiting
the expression of claudin—1 in SW620 cells. Methods ; The expression of claudin-1 in SW620 cell was inhibited through shRNA in-
terfering technique to detect its effect on cell adhesion ability. Then Transwell chamber invasion assay and cell scratch test were applied
to detect the invasion and metastasis of cells. Results:Low expression of claudin—1 can inhibit adhesion of SW620 cells to laminin,
fibronectin, collagen IVand Collagen I ,with adhersive inhibition rate of 61%,29% ,48% ,12% respectively. The cell invasiveness was
stronger in SW620—control group than in SW620-shRNA group, with inhibition rate of 70%(P<0.001). After the inhibition of claudin—
1, cell migration was significantly reduced. Conclusion ;Inhibiting claudin—1 expression could suppress the adhesive and invasive a—
bility of SW620 cells.
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#£ 1 FH T Tspan-5 cDNA £ K pJEIA B
Tab.1 Starting site of interference fragment
in Tspan-5 cDNA
J Bt THRALA
CATCTTCATCAATATGGAA
GTTCTCCGAACGTGTCACGT

claudin—1

L 1R

1.3 Bk

1.3.1 4iffi%3E  SW620 78 37 °C 50 ml/L CO, &4, 155%
T4 100 ml/L G245 IG5 69 RPMI1640 A B EAEA 2 1k,
1.3.2 BEFRIEFE Y SW620 41l Lipofectamine™ 2000
TM BBk SW620 4, ELAARETE K SW620 4 1k
T HELAM LI EE N 1 x 10° N/ml, # 2 ml/FLIEFPA 6 fL
M, A RS IR % 16~24 h L) _F 2 40 i %5 )3 3k 31
T5% AT o WL IR IR, 1xPBS 842 whk 3 3, 32 2 ml/AL
TN Opti—-MEN 1 ¥, & REULER 5 A Bk S B H T+
37 C,5%CO, AR Y EETRAA TG IR 24 h ] TChiE
ZE 10% 064 177 1 PRMI1640 55750, 48 h )5 PEECA T
R BHPE AN s 57

133 P I BENIE (Western blot) Kl claudin-1 3%
K TEFE 80 V, YR UV IE A ST B, 0 R R 1
) 120 V, kS Pk B TR I 2R 0 B RS, T
¥, 5%IBUIE W3k TBS-T &P PVDF it 2 h, 53288 3h, & .
5% 1) BLIE W3 K3/ TBS-T F BEAH N 1Y S bt Fl— Pt (1:1 000) , 5
PVDF I 4 CIE 1%, TBS-T ¥Ei4% 3 x 5 min, FHiR —Hi 5
— LG L 5% IR WR TBS =T B BAH N 1 —HT(1:5 000),
5 PVDF & 1 h, iR, TBS-T ¥k 3 x 5 min;
TBS B 5 min, #om Ak LG R FH UVI BEAE UG R 5
1% , Image—Pro Plus 6.0 ZX{4-50#r 557 KA.,
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RPMI1640 157214 % ; Collagen IV  £F4E& 25 1 JZ K%
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HiH 1 h;10 /L BSA(1 x PBS B i) ) 2 3k 13 min 2215 | 4
FLm 100 wl EHEA 1 b, BEALZE IS H 1 x PBS w9k 2 W KAl
Ja 3 AL JE HETH PBS A BEE 108 4N/L, ARG EEAL A 200 pl
AN, TARAE 1 h 55 1 x PBS vk 3 W, BEfLINA
5 mg/ml [¥) MTT 20 pl FI5E K737 200 ;37 °C.5% CO, Kr
F5 4 hy WA, AL DMSO 150 pl; R85 10 min;
ARG R 15 min; FEFIRE SR AE 570 nm Kb
W% 56 BE (Absorbance , A){H
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Fig.1 Westen blot detection of expression levels of claudin—1
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% 2 SW620-shRNA 5 SW620—control #5MHEELE (x 5 )
Tab.2 Comparison of cell adhesion between SW620-shRNA
and SW620-control (x +s )

% SW620- SW620-
bR (fH P
(n) shRNA control
B EEE A TR RE
0.96+0.08 1.08+0.06 3.88 0.1
P (Asry )
Ji SR IV RS B
0.44£0.07 0.92+0.10 10.32 0.001
‘Iﬁl‘ ( A570nm )
AR TR
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2R R RS
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Fig.2 Reducing SW620 cell adhesive ability, mainly to laminin medium by lowing expression of claudin—1
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Fig.3 Inhibiting SW620 cell invasiveness by down-regulation of

claudin—1 expressions
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Fig.4 Reducing cell migration ability by inhibiting
expressions of claudin-1
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