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K FADE 6L 5 PCR Rl miR-335 76 12 X AE/NHR G e 59 55 B F 8L 19 3R6 22 5, LR miR-335 #E AR/ Nt i
SPCA-1 #H M S5 1E % b f 40 M 16HBE FR ARk 2% %, B Lipofectamine 2000 BEMF 444 anti-miR-335 T4 SPCA-1 4t
miR-335 (33K, i 2B RE i PCR B00E ; RIRSZEG KL miR-335 X SPCA-1 4H{LEHS HE 1 Y520 ; Transwell 12285256
K miR-335 X} SPCA-1 AR ZERE 1 (IRZ M ; MTT 256 K 5 B TE AL SIS miR-335 X SPCA-1 AUAEIEFH AL 1 05, 4558 .
555 E R HEUHR , miR-335 e /N iR 20 21 1 25 5 3R38 (P < 0.05) ;55 16HBE 4 Ml 1% , miR-335 #£ SPCA-1 4fiffl
BEEFEE (P<0.05); FIM Lipofectamine 2000 BT Y% anti-miR-335 A SPCA-1 4ilfifl 24 h i} miR-335 Z5i5 W WIS (P <
0.01) ;1] miR-335 FIAXT SPCA-1 YT FIZZEHE J1A W2 MM HIVEF , 301325351 0 (42.8 + 2.7)%(P < 0.01) % (7325 =
4.4)%(P < 0.01); PIii] miR-335 F2iEX} SPCA-1 AR IEGFEBE S TCIH A2, 4518 miR-335 7EAE/ Nl b 2 =5 2235, miR-
335 IRk RE W E M| SPCA-1 4R AT AR ZERE ), HXT SPCA-1 2B MY HSFE g J) JCHH Wt
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Effect of microRNA-335 on migration,invasion and proliferation of NSCLC cell
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[Abstract] Objective:To explore the expression of microRNA-335(miR-335) in non-small cell lung cancer(NSCLC) and its effect
on migration, invasion and proliferation of NSCLC cell. Methods: Real-time quantitative PCR was used to detecte and compare the
expression of microRNA-335 in 12 pairs of non-small cell lung cancer,adjacent normal tissue, NSCLC cell line SPCA-1 and normal
epithelium cell line 16HBE. The expression of miR-335 in SPCA-1 cell was down-regulated by anti-miR-335 transient transfection
with Lipofectamine 2000,and the effect was identified by real-time quantitative PCR. Cell migration and invasion was measured in
vitro by wound healing assay and transwell assay. The influence of miR-335 on SPCA-1 cell proliferation was detected by MTT rassay
and colony formation assay. Results; Compared with adjacent normal tissues, miR-335 in non-small cell lung cancer was significantly
up-regulated (P < 0.05). Smilar to that, the expression of miR-335 was significantly increased in SPCA-1 cell compared to 16HBE cell
(P < 0.05). The miR-335 expression of SPCA-1 cell was significantly down-regulated 24 hours after anti-miR-335 transfection (P <
0.01). In SPCA-1 cell,decreased miR-335 significantly inhibited cell migration and invasion,with the inhibiting rates of (42.8 +
2.7)%(P < 0.01) and (73.25 £4.4)% (P < 0.01),respectively. But,no effect on SPCA-1 cell proliferation was observed when the
expession of miR-335 was inhibited. Conclusion:The expression of miR-335 is up-regulated in NSCLC. Down-regulating expression
of miR-335 significantly inhibites migration and invasion of SPCA-1 cell while has no effct on cell proliferation.
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L1 4

12 ] NAE /N0 e i 20 2R AR R e ot BE R R
S5 WS R B4R ik, NSCLC 4iikk SPCA-1 5 A
Jili I LR 40 16HBE H e 5t BE R R A 40 52 50
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A, 5[ ) . RNA fili421877) (TRIzol , Takara 22 7], H
), Anti-miR-335 H 3£ [E Invitrogen A &) & A,
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12 ik
1.2.1 miaszsk

SPCA-1 A S IEH i b K ZRAIE T 10%F BS 1Y
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BERFHEAT AN AL e . BB Invitrogen 2 A AUHERAE DL
B 100 pmol anti-miR-335 %% 4« A SPCA-1 41 iy
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JEAKRLH Sy zs (AR IEZH . 37°C, 5%CO0, 555548 T dk sk
BE R IR HEA T AR OCAS I
1.2.3 F#AE R AZZE PCR

miRNA 119 39 5% 5% 52 B 8 i 2 Wl 55 )
(qRT-PCR)Z & Chen 5 71k , XF miR-335 i1
1 2R3 s 51 LHARL ) 1 5 PCR 514 (P51 W
F1);10 pl FERR R M-MLV #6055 56 100 U,
50 nmol/L 514, & RNA 50 ng; JHAHRN #Y PCR 5|4
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X RE RS T

&1 qRT-PCR #illl miR-335 Hy5| ¥ 51
Table 1 The primer sequences for miR-335 detection in qRT-PCR

A 519 (5 —3")
miR-335 RT 514 GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACA
PCR 514 . AGCCGTCAAGAGCAATAACGAA
T GTGCAGGGTCCGAGGT
U6 PCR 5149 . CTCGCTTCGGCAGCACA

TU#: AACGCTTCACGAATTTGCGT

1.24 fmpaR)R =3

PEAMMETE 1 x 10 4 /FLEERN T 6 FLESFRIT, 4
YK 2 80%~90% , Fil 5 TV 1l B 241 Jfd )22 Bsf, T 200
wl TR S e 20 R BRI, TR —
1, F PBS ¥ 3 Yk LA RBRANMAE A, Tl ai i ak sk
7%, F 24 h AR E B T R D mA TS

1.2.5 Transwell 4 %& £ Ix

¥ Matrigel JFIRTVKFE 4°cokig b ik,
FAL ) Matrigel JFURCFN 70 TC LY DMEM 17 57
Fic ] Transwell chamber |28 B8 (0.8 g/L), A%
FL 100 pl fu#f Transwell [2% 37°CHUE 4 h ffiH A
W, RS AR  1 x 10° ~/ml, B
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Figure 1 The expressin of miR-335 in NSCLC
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Figure 2 Result of miR-335 expression after transient

transfection assayed by real-time quantitative PCR
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Figure 3  The effect of miR-335 on SPCA-1 migration
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Figure 4 The effect of miR-335 on SPCA-1 invasion
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Figure 5 The effct of miR-335 on SPCA-1 proliferation
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