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 E. [HAY) 755 FE Hela Siha 410 1K miR-100 J5 , WF5E 40 MR 78 BT B Dy S UEA T 24 128 1 - 63 HopL
il [J77%] ¥ miR-100 mimic i i3 lipomax 3755 44 22 B SR MM Hela  Siha H7, 40 20 MWL . NC 21, M2 FXHIR
mirl00 £, 24 F i miR-100 JG AT, transwell POULER AN L2 28 1M , 019 S 90 LA RS R s WB I b )z [B] B A2 AH G 2E H E-
Cadherin ,Snail , Vimintin & MMP2 ,uPA {31k ; CCK8 yEI it 250k, [ 4558 ] O &R & S A0 L miR-100 J& , 41
11258 GERPEREAL ;@ 18 miR-100 J5 1)y S0 40 i rh | B AH OG5> F E-Cadherin 235 [, ] i 2% /3§ Snail | Vimintin
FIKFIE, MMP-2 Rk T 2253, uPA ik T B s QA [FIVR BENIAI/E FH (P < 0.001) S 7554 4% mir—100 siRNA (P < 0.001) %41
WA R AS ) B BB X, BN R S0P Z A A XSy 76 Siha 4045 AR 458 (P < 0.001),
HelaNC Hela 100 40HIAR T4 1C50 (mol/L) 43514 :8.19 + 0.34 5.38 + 0.47,SihaNC Siha 100 1 1C50 435127 8.86 + 0.92 .
6.19+0.23, P<0.05, [£5i5] miR-100 765 SUFE A1 Hela & Siha Wi o FAR - Bz 1] 5 2% 5o AR R 22 MR OE T | 1%
INARETTAE S uPA MU A 5, FH miR—100 T B 2D 25008 21 M X WFUAF 9 T 2508
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Up-regulation of miR-100 Attenuates Invasiveness, Migration and Cis-platin Resistance
in Cervical Cancer Cells
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Abstract; [Objective] To observe the invasiveness, migration and cis-platin resistance in cervical cancer cell lines Hela and
Siha up-regulated with mir-100 mimics. [Method ]The expression of mir-100 was up-regulated using mimics via lipomax. Cells were
grouped and labeled with ‘NC’ and ‘mirl00’. Transwell assay and scarification test were used to reveal the invasiveness and migration
of cervical cancer cells, western blot was used to test protein expressions, cck-8 was used to test resistance to cis-platin. [ Result]
With the up-regulation of mir-100, Hela and Siha lost invasiveness and migration; E-Cadherin increases while snail and vimintin
decrease after mir-100 transfection, MMP2 showed no change and uPA was attanuted. Hela and Siha cells were much more sensitive
to cis-platin therapy after up-regulation of mir-100. [Conclusion] miR-100 attanuates EMT in cervical cancer cell Hela and Siha. Up-
regulation of miR-100 decreases resistance to cis-platin in Hela and Siha.
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B AR B A B XK 4, HZE BRI 2
AE2)19% ~ 25% H Bk T 45 S Z i | P38 4 ity 5
JRERAE K5 A%, microRNA (AT K miR) Ay
— R BEAE gAY RNA, AT 254 T 40 i RNA (1) 3
s AR B X AZ 1R (3° UTR) , i B 4% St I+ 3k
PR R B8 K SF 19 2 R 4 0, FE e 19 e tE
oA EE S, AR S G 2H A S 06 A i PR
HE R AEFR AR 1 miR FE RS R 0 1 B 5 ik
ELEERERS A GEit 7 XA miRNA , Hid miR-100 22
SPERIR R (AR &) . miR-100 TEFLRIE |
T W 8 ek g 7 o gl B ELA R D e, A R
W R, 76 F B R 9 miR-100 W] 38 i
PLK1 25 40 6 20 B 0 1= 8 10 40 e 3 4, 37
A e B S I B A HJE miR-100 752 5
M b RS HAYURZE . TR MG SRR
6, A SC B RS I miR-100 J5 (95 3
AR 28 TR AT 2578 AL E B, TR R 9T
HAFHL
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1.1 # #

BB A ML Bk Hela Siha W9 3 4= A B
AT BE 40 B B8 U5 POy s MEM 35 332 3k 0.25% iR
Bty . Be41mIiE M A Gibco; lipofectamineRNAIMAX
B H W B invitrogen 2y F] ;PCR i ] & & miR -
100, W2 U6 514 H TAKARA A &), miR-100
SIHFH K 5 ‘~AACCCgTAgATCCgAACTTgTg—
37,06 519 ¥4 A ~; miR-100 mimic K NC J¥ %]
i1 Gene Pharm A B 1% 31 & B, mimic 1E55 4 .5’
~AACCCGUAGAUCCGAACUUGUG-3", J2 4N .5’
~CAAGUUCGGAUCUACGGGUUUU -3 ,NC J¢ %)
H:5” ~ACGUGACACGUUCGGAGAATT-3" } 5’ -
UUCUCCGAACGUGUCACGUTT-3" ; WB Fii /4 lg A
CST A+,

1.2 XWHE

1.2.1 #@@fe3zdc  Hela K Siha 40055 37 76 AR FL
S3H0H 10%17) FBS 1) MEM 353238, 8 A 37°C
FARFLECH 5%0 CO, fHIEA H , AR
25T BE IR M AR 809%J5 548, &5 H ik,

1.2.2 @mpeitd  LRANIELL 30% ~ 50%% 3
AT 6 fLiH, 5 fL 1.8 mL B5 3R 5L B s

OPTI-MEM }; 555 100 wL, 23310 A Lipo NC F¢
%) &% miR-100 mimic 4% 3 wL, VK F#E 5 min,
¥4 Lipo i) OPTI-MEM JIIA NC 5§ mimic %
RS, IR EE 5 min 5T A 6 fLbk
123 RT-PCR 441l 6 fLAR %YL 24 h,
AP FNEFEIUL RNA 5 5% J54% 2 wL cDNA,
DOCHRL, 519 K ICHE K3 B W L HE iR 5T
JMA PCR WM, BT BIO-RAD CFX96 Real -
Time PCR X1, U6 HNZ 450K H 24 (115
YR,
1.2.4  Western Blot 2 g Fl F I, RIPA 24 fiFt
FEWCE A M, 12% 53 B (Snail ) B 8% 73 B K (E-
Cadherin , Vimentin MMP2) & 5% ¥k 45 Jit H3, Uk |
SDS-PAGF Jii 250mA 18 i B % 90 min, 5% TBST
IR EA 1 h, —PL 4 CIFF LR, TBST LEH
FETEI R _MEEMT h, HFRERE,
ECL &), Gene Sys ¥4 H 3l ¢, Lk GAPDH &
NZ,
125 BEAXNEEE  10%EFIEE 100 WL 4
T transwell "% 37 CIFH 4 h JFE AR T
mimic 2% NC JFH A4 5x10°/ 2, Fa B3 &
ML3E 1%, FERGEFIET M 10%, 24 h J5iH0%kE L
=, B EEIRZEH 40 o/L 28 BB E R 2 15
min, 4%45 25 YL 5, 15 min 5 A5 T WS A
BAV/NERUER 5 MOEHA R, MR IR
B, EE 3 WIEIT5IH #4500, %4 mimics 3¢ NC
(M B A 24 LA, W5 RE 5 A6 L bt AR R
2,48 h 5 20 x Wrs T WiEE,
1.2.6 m4aat 2 55 4y 3 AN LA 10
AS/FLIEE BERNF 96 FLAR, W RE J5Ks 1 77 5L B 4
K6 MAEUEE (0.2.5.5.10 .20 .40 wmol /L) I
FAREFRIL 48 h J5 N 10%1F) CCKS #EEHFFH 2 h;
il A A D i 450 nm Ab WO RE (A) I3 R, =
A s/ A sy X 100% ., BB 5 AN LR TCH;
FRILXTHRFL, HAE 3K,
1.3 #Fit54E

SPSS13.0 A b BREA , Fiodi R F Jr 22551
R, #5722 55 WIREAS AR & IE A 20 A B PR
ATE] 225 R ¢ K5, P < 0.05 M2 FH G E
S5 2 XS IR B 1Cso {8 prohibit B, B4 10
RIREC A IS5 B T o0 S A 2R A
& HIBEHL X 4H B 1 J7 22 53 41 5 Graphpad Prism 5.0
Je PS CS3 kit A,
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Fig.2 Wound healing assayof cervical cancer transfected with miR—-100 mimics and NC sequences
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2.1 FERYE

59t miR—100 mimics K NC JF51J5 24 h $2H
RNA, i %% 5% 4 ¢DNA 17 PCR, 318441 miR-100
TR ZERIGOIATEI #5300, BT mimics 1Y
A 53 565 44 A Hela 100 % Siha 100, %54 NC ¥
5|4 i 44 A Hela NC & Siha NC, 11875 : Hela 100
K Siha 100 404 miR-100 (9265848 NC 445>
4 (437.0 £ 9.5)4% M (683.0 = 6.2) 1%, P < 0.001
22 BERIRELE

1278 52 56 38 1o L T S M transwell /N2 AFDLA
PR , DA S W A4 A= 25 68 0, &1 1 e D,
U miR-100 mimics F 31 J5 (9 7 41 40 AR 22 HE 148
YL NC JPHNE S, 2R A R ERiTFE L, WE
SCOGAE— R AL T RS R S, SC
UEMAAE S #9 Hela  Siha H i miR—-100 J5 , & %
AR e I (8 2)
2.3  Western Blot

S P, EE miR—-100 Ji (1) 5 2500 41 il E—
cadherin FIAIE5E | 1] Vimintin A Snail £ [ 1A
T (K 3), W Rk miR-100 15 8% 40 i
TRV R ) F L AN, FL R A EMT A8 i ) ¢
NC 24 B s/, 9K 1 miR-100 )5 , 4 2 3A
MMP-2 KFFfTE 25573, uPA Fik TR,
2.4 THZAXLW

7 2253 M 22 W . 7E Hela 401 | A ] e 8 I

1.0+
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e
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FAVER] (F =248.08,P < 0.001) M J& %54 mir—
100 siRNA (F = 26.39, P < 0.001) % 2 i 77 7% %
e AR B BB, HIRIER E 540
PR 2% B A XA 37, FE Siha 41 A A5 H A TR 25
16 (F e =26322;P<0.001;F 4 =32.17,P<0.001)
Hela NC Hela 100 Zf ffg #4540 1C50 4351 2y (8.19
+0.34) ,(5.38 + 0.47) umol/L, SihaNC . Siha 100
AL RS %) 1C50 43314 (8.86 + 0.92) . (6.19 +
0.23)wmol /L, XFF Hela 400, 4L 16 EAH
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Siha 100 % Siha NC H7E 25 W) M £ 2.5.5.10
pmol /L I HAG 725 (Kl 4),

3 9 #

B S R R v I R A M DL R 2
—, HATA R Mg 22 oA K,
W RGO LS, - DR E &,
WALRETE, M FEH 2N EaENES AL AR
ST a8 R B, BN kT A S B X SR
it A7 B A S8 T IRIT R W, IR,
miRNAYYE 2 TAF 5T I S AE g i) & A R AkdT
T rh O AR A A 0 K B miR-100 A
PE IR R T IR A A B PR VR T, SR
51278 R M 2510 56 R M o HiaE . ARSCRIE
SC, TEE SUEANE P miR-100 #0] T_E R ]
AR ALt B (R FR EMT) , R4 iR 28 7%
P ] Aok 0 TR 38 AV

A GEUESE , Rs 40 At % 28 EMT J5 , B 1] 32 4%
M B ARG ST E—Cadherin 43308 /0, 4
JRUTR AR R A M0 0 Bz (AT ARy, ek (B) SR A b
43 F AN Snail Vimintin F43 306 3 7 45 8 25 (A i
MMP %5 1 p 55T, W RS (=228 TERs k-2l
UEAN  uPA F3—F PRI EA 2 1] 240 L SR e e | R I
it 266 B T B I S AR AR B AP L R VR, AR g 2
MuffR28, b R E AL, TR EMT
() K 4 e EMT 1 % A 32 B A0 35 5% S 7 40
HPAZ KT miRNA SF7E N 2 R0 R R PR MR8
miRNA 5L RECHE P22 B AH 56 SCHR 38 HIE , miR-100
BT HE L R L R FE AGO2 .mTOR %, M
miR-100 78 JH- Th Al B 42455 T AGO2 1Y 3’ UTR
vy, PP RGE IR FRATG 19 AGO2 A& LT it
SUFEIA Snaill Fll ZEBI , X1 E S50 ML) miRNA 5
W55 LA M AT Y 2 PR, miR-100 P] 455
mTOR-PI3K il B AL 21228 iE MR TIRE .

RBFST R R, fEE SR A P E I miR-
100 7] 3 3 5 138 B i EMT R AR s 1728 i
Pk, FIRTE I T miR—100 AU4HAE T uPA R,
MRS MMP2 A 284k ; 5 M e, A g )
I miR-100 FEFLARIE HRE AT A2 08 T 40l b
iR %, LEEAS EMT IR L, X —F G L
ST miR—-100 78 FL %I 40 i 38 2 95 4> b 37
BERMER , — 7 e @ PR HOXAT FE R

FH R | ARZEOIROCRE, — 5 T SR i
SMARCAS, &k E-Cadherin 26512 3F EMT & 4=,
25 LTk, miR-100 /EHHLEIFEA [F] g o A S
FHIFIEE AR S, 3 AT BE HAS [F] s 1R 25 S pk 3R
IRTE Y, miR-100 767 S 30 EMT LT 4
ANEHE HAF SR SE AR B B rh AT A
H, ATREA 3 FiRT i 2 —

FAN, FATUELR] |7 miR-100 Ji , ‘B3 25098 40
JHL X L e 1, (F: H FTHJE miR-100 J
BRI T 2 28 AR OGSk . DR 3R AT T4
miR-100 A] GEIE &k DL J7 U0 o By 5098 41 Ak 7
BUBAE . O EMT A5 Rosano 7EMF 5T 1
A7 B S0 A M & 0, HART T 32 P 5 EMT 1Y
KA, FEOP M A L EIE R
BELIKT EMT 3357 1 B S50 20 i X I BA i 25 405 25
R, S EMT AT AT A0 et A sk
A 2FE Ny, HAT EMT 5 ) i Jie g 48 4 o A J2
— P T2 M2 DL (Stem Cell-Like ) ” 41 i 17, 24 H:
KA EMT J& , RIVEEBE 0] 1 40 B 5 Ak, i i 24 15 2
Jih 988 T 4 B (CSC) H ZE ek =z — , SR M H Hr xS T
CSC 2 HSAFTE M A i, FEESUE P E LA
INT AR R 5T Qi BH T R SE R 335 . 4
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ZEA BT A 1 SCHR S & B, miR—-100 55 1) HE 1
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HOMOX 4§, il & $ ik SEAE FCR IR A miR-100
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WEEEE I, ek S 5 S AL sk
“F OGS Ao se A0 AR O T AR o2 BRI, miR—-
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S BB R H
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