miR-143 K HEI {3 R K7 5 Th i &=
HAO ) RIA
R = F2k &G

(1AM T N BER, #WivL N 3240005 2360 5 Ac BE Be, #i7L HN 325000;
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@ E.[HM] BT miR-143 K H i (A FE S AR 78 By 801 6% g v 10 28 3K 15 I RS BRARAE 1
Fe R, [ ] K Real-time PCR Jy 32 K0 48 1) 5 25 9 988 )z 20 f91) 1E % B #0240 21 b miR-
143 R 3E, T miR-143 5 o F 5% S AR e 3k (8] A9 AH 5G| LA & miR-143 ik 5 5 i
PG R AR IE M C 2 . [45 52 ] H Real-time PCR BEA 20K I miR-143 K FCRi M sE A
miR-143 % H A A 5% S5 AR 78 57 F ki 2 U g 8 B W B IR T IE S S 4 (P<0.05),
Spearman A JC 43 BT iR, miR-143 i 4 5% A K35l miR-143 %35 2 W] 1 1EAHC (1=0.723,
P=0.000), AS[RIZH 215340 B8 B2 005 25  9 miR-143 23K 7R 10 i 35 25 5 (P=0.005) , /)N 41 fitg
B UE Y miR-143 KA U AR T HABH bR TG FRAR . miR-143 193 1576 A ) 4 3%
Jir B R /N R MRS R S FIGO 43 W11 oA WL 35 25 5 (P>0.05) , [ 4538 ] Wi iR FG sACms 2 S
miR-143 35 F 0 1Y 8 2 A L miR-143 785 #18 a 4 40 10 5 2635, T e 78 B 20 195 8 114
J R e s B P R ¥R AR A SR R S R T UG S AR AR T RN
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Expression of miR-143 and Its Primary Transcript in Squa-

mous Cell Carcinoma of Cervix

WU Min-yun',HU Zhi*,ZHANG Jing’

(1.Quzhou People’s Hospital ,Quzhou 324000, China;2.Wenzhou Central Hospital ,Wenzhou
325000, China;3.Women’s Hospital ,School of Medicine ,Zhejiang University ,Hangzhou 310006,
China)

Abstract: [ Purpose ] To investigate the expressions of miR-143 and its primary transcript (pri-
miR-143) in squamous cell carcinoma of cervix and the relationship of miR-143 with clinico-
pathologic features of squamous cell carcinoma of cervix.[ Methods ] The expressions of miR-143
in 48 cases with squamous cell carcinoma of cervix and 20 normal cervical tissue specimens
were examined by real-time PCR. The correlation between the expressions of miR-143 and pri-
miR-143 was analyzed. The relationship of the expression of miR-143 and clinicopathologic fea-
tures of squamous cell carcinoma were explored. [ Results | The real-time PCR could sensitively
and specifically detect the expressions of miR-143 and pri-miR-143. Expressions of miR-143
and pri-miR-143 in squamous cell carcinoma of cervix were obviously lower than those in nor-
mal cervical tissue (P<0.05). Spearman correlation analysis showed that the expression of miR-
143 was positively associated with the expression of pri-miR-143 (r=0.723,P=0.000). The level
of miR-143 was significantly different in squamous cell carcinoma of cervix with different histo-
logical grades(P=0.005). The expressions of miR-143 in small cell type of squamous cell carci-
noma of cervix was significantly lower than that in the other type one. No significant difference
was found in miR-143 expression in squamous cell carcinoma of cervix with ages,tumor sizes,
general types,and FIGO stages (P>0.05). [Conclusion] Primary transcription reduction is an
important reason for down-regulation of miR-143 expression. miR-143 might play an important
role in the carcinogensis and progress of squamous cell carcinoma of cervix and may be a novel
potential therapeutic target for squamous cell carcinoma of cervix.

Subject words:microRNA ;miR-143;cervical neoplasms; squamous cell carcinoma
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f#/IN RNA, Bl miRNA (microRNA ), 3 izt A % it % 4
5 mRNAs 1) BPE F R e M, DUBR g 0 3 IR ) 3k
AR A A R R K AR T T
B2, UCAER AT R miR-143 &5 g & 4 &
J& B IAH KLY miRNAPS, [HiZ 4 miR-143 K Hfi
PR B SRS (pri-miR-143 ) 78 B S i 2 20 vp 3k DA
WFoE, M, ABFFE R F i PCR BARK I T 48 4
B 30095 97 2H 21 P miR-143 Fl pri-miR-143 (%35, 4
Mrvi & 235 BRI e | I miR-143 kK- 51l R
FRERAE (6 2 381 miR-143 28 0 Fak B K A8 e 5
9 A2 A T v RT R A TR A A NG R

1 #REFE

1.1 HARXRERKFT

2011 4 2 A 2 10 H WA I M T rhocs B2 B 109
B} 48 7'y S g FR A B SAL SR AR | BT A AR AR A
RATT ACITHTHM o SR E AR 32~68 % AL AT 1%
52 %, 17 B84 IR B R <4em, 31 Bl # =4em,
KA SRR 23 5], A= B 13 ], 1595 78 9 4]
FUERL 3 ) B AR AR E R A MR (T 9%)
16 41 AE f A PR A i AL (11 9% ) 14 ], /4 i 22 (T
2%)18 1], M e e FIGO(2009) 4330, T 159 8 44l
11391 26 1], M ANV 31 14 61, 55 B ) 399 19 65 OLORe
11 B A UI B bR A 1 1E 5B S2H 21 20 /R XS BR
AVRA BRI 20min PRA IR . 5 B 192 W M
B B VOR AL BB S A ke R R AL
12 XLEHE
1.2.1 % RNA #9428

HER AW AW 5, ¥ Trizol X5 (W4 H In-

vitrogen 2~ 7)) L A5 dh B AL 5 S RNA, DEPC 4b B
IR R A B RNA A543 DNase 1(I4 H Takara
2N\ YW A L BR AT TS B 9 DNA, M — %05 58T
)5, FELL DEPC AR BE/K MR, 4366 B e
260nm % 280nm W GAE , i E RNA ¥ 0k B fn 4l
JE B 2~5ug & RNA DL 19350 15 4 A0 1 B e el Tk K
I RNA Y5884
1.2.2 miR-143 % pri-miR-143 %34 5 #7

L U6 fE N2, 45 B miR-143 £ 35, DU
GAPDH £ 2, /3 H7 pri-miR-143 ik, M 347
1519 30 o A T AR TR AR R Rl Ak
(Table 1), }4rHr miR-143 F£ ik, 1ug £ RNA 434
DL miR-143 2535 RT 51 ¥} U6 %% 5 RT 51 ¥y k47
Wil 7 M AT pri-miR-143 35, g & RNA 4351
PL pri-miR-143 ¥E 5 RT 514 & Oligo dT i# 17 i §%
SRR N Tug . RNA 50nmol/L RT 5[4 .2U
RNase inhibitor . 5U M-MLV ¥ %% 5% [ 0.5wmol/L
dNTP, miR-143 1 RT [ 4544 4 : 16°C 30min,42°C
30min,75°C 15min, H Al RT & Wi (4 %5 14 R 42C
60min,75°C 15min, I 45 85 —20°CHRAF ., LA 15ul
J AR R EAT Real-time 5 & PCR, miR-143 £ 52
MWAK ZA0$5 . 1wl RT 724, IxSYBR Green I Master-
mix,0.5pwmol/L 4§ 5 miR-143 &7 17 5] 4 .0.5umol/L
£ 5 miR-143 [ 15| ¥, Real-time & & PCR 251
$9:95°C 10min J& ,95°C 15s,60°C 1min,40 &3
Real-time *€ 7 PCR ffi il Applied Biosystems 7500
IXERHEAT , A RE AL % 3 E fL ., PCR P2 4%3 IR
WK 3BT o ISR B SN A 28GR 5 BIA BT
W I S B BT 28 Dy A PR BCRD Co i, L) U6 5%
GAPDHfE RN Z M, RHAIE & PCR H By AR &

Table 1 Primer sequences for the detection of miR-143 and its pri-miRNA

Primer

Product
(bp)

Sequence

miR-143
Forward primer
Reverse primer
U6 RT primer
Forward primer
Reverse primer
pri-miR-143 RT primer
Forward Primer
Reverse primer
GAPDH Forward primer

Reverse primer

RT stem-loop primer 5-GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACGAGCTACA-3'
5'-GTTCGTGGGTGAGATGAAGCACTG-3’ 61
5'-GTGTCGTGGAGTCGGCAATTC-3'

5'-CGCTTCACGATTTTGCGTGTCAT-3’

5'-CGGCGGTACATATACTAAAAT-3’ 85
5'-CGCTTCACGATTTTGCGTGTCAT-3’

5'-CGCCACAGGCCACCAGAGCGGAGCA-3'

5'-AACTTCCCCAGCATCACAAGTGGCTG-3' 114
5'-GCGCAGCGCCCTGTCTCCCA-3'

5'-CAGGGCTGCTTTTAACTCTGGTAA-3’

5'-GGGTGGAATCATATTGGAACATGT-3’

101
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2, DL N=2729 oK H By A 0 B A0 T8 209 42
A EL, P AC=CH gaem—Ct pys o A HEIMECE BV
P iR B s 750K 1000 £ .
1.3 Hitz4E

K I SPSS16.0 4t i 4k 1 BE AT 48 31 Ak A 4 1
F R HI1E, BT Real-time UG 2 IEES 070, iR
KB LA 2 EOR Y o3 A B R BE R 7S . SR Spear-
man A 5¢ 53 B miR-143 5 pri-miR-143 33k (19 A 5¢
P, R H Mann-Whitney U £ 3% (P41) F1 Kruskal-
Wallis H 6% (2 41) #4721 ] FL 2, U P<0.05 4 i
BRI A GE 27 = R AR I

2 & R
21 miR-143 REBGESHSBRES SHAR

R RIE

miR-143 pri-miR-143 U6 M GAPDH 1) Real-
time PCR 77 ¥ i fif it £ 34 2 B 0% (Figure 1), $0W]
RT-PCR fig 4% 5 K 1 miR-143 K pri-miR-143, LI
GAPDH } N2, pri-miR-143 755 #5968 4 Uk XF %6
kiR 0.37 (0.23~0.74), FEIEH B HALH 1.50
(0.94~2.39)(Figure 2A), L U6 NS ,miR-143 £ 5
3915 96 20 ZUAA X F 38 Ry 2.89(2.07~5.04) , 7E IE
BHAL R 11.75 (9.14~24.34)  (Figure 2B), K
Mann-Whitney U £ %; ,miR-143 } pri-miR-143 7£ &
S I OE H R A SUSRGA W E 22 R IR W
(P<0.05) ., >k /] Spearman A &3 HT pri-miR-143 ik
Al miR-143 FBHH N, 45258 R pri-miR-143 K5
miR-143 &3k B 8 #H56 (1=0.723, P=0.000) (Figure 3).,
22 miR-143 RiXKEE5FHEREIERFEFEXR

ARV U5y A AR B 1) B S 96 v miR-143 £ ik
KO- 22 345 B 25 (P=0.005) , /N4 8 (T &% ) 4
B miR-143 #9335 B AR T HAA 20 2100 AL 2 A 1Y
AR o miR-143 BYRBIKPAEA R AL RN R
TRIEHY ]2 FIGO 43 WA JC 8 3 25 5 (P>0.05)(Table 2),,

34 i
VTR & B0, miRNA AT AE Sy Jib g 30 4 s 42 i (A

T2 5 M & AL R omiR-143 5P M OC R 15
TESS I g TR AR IE S, BRIELAAM  miR-143 R XL
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Figure 1 The melting-curves of miR-143, pri-miR-143,
U6 and GAPDH
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A:The levels of pri-miR-143 expression;
B:The levels of miR-143 expression.
Figure 2 The levels of miR-143 and pri-miR-143 in
the specimens of squamous cell carcinoma of cervix
and normal cervix tissues
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MACCI)"™ hexokinase 2 C. A4 #4 fiff '
A5 N T miR-143 Fik 58 HiE K&
ERIEBHER, AL U6 BN
%, i ] RT-PCR AR T 48
B S 4 4L RN 20 9] 1E W E Sl R
miR-143 1Kk | 5 H 8 45 8 —
O miR-143 7EH A2 P 1
FRM T AR A Tk —
ST M miR-143 335 5 5 2
S I R BRARIE C R G5 R R, miR-
143 7E /N4t i 20 (I 2% ) ' 3998 1Y) 3=
5 B AR T At 21 443k 2 Y A
A, HIHRIRACE WA 27
FERE i, 4278 miR-143 n] 1 4 B
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Figure 3 The correlation between the expression levels of
miR-143 and its primary transcript

Table 2 Relationship between miR-143 expression and clinicopathologic

features of squamous cell carcinoma of cervix

Relative expression

Clinicopathologic features n of miR-143" P
Age(years)
<40 10 2.17(1.42~3.02)
40~60 23 3.14(1.76~5.13) 0.328
>60 15 3.05(2.32~5.07)
Tumor size(cm)
<4 17 3.35(2.22~4.58)
0.486
=4 31 2.70(1.88~5.08)
General type
Exophytic form 23 3.47(2.45~5.18)
Entophytic type 13 2.31(1.66~3.05) 0.457
Ulcerative type 9 2.35(1.73~4.58)
Endocervical type 3 2.61(2.38~3.84)
Pathological type
Keratinizing large cell type 16 5.07(2.61~6.52)
Non-keratinizing large cell type 14 3.33(2.31~3.66) 0.005
Small cell type 18 2.12(1.23~2.92)
FIGO stage
I 8 2.31(1.37~2.64)
I} 26 3.19(2.01~5.18) 0.193
+Iv 14 3.13(2.38~5.08)

*:Median of relative expression,with 25th~75th percentile in parentheses,N=2""“

51 e B A bk e S 3L R e ) R A R g
SR AR G o FLAR L K i FL R ERKS® Bel-2°
KRAS™ DNA H JE5 % A2 K i 9 % % M

x H (metastasis-associated in colon cancer-1,
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AL miRNA FH RNA £ % il
Il (pol I ) %% 5% Wi B9 pri-miRNA 2%
JRLAZ FO L 2 IR BB 7= AR T A
A Drosha . 3 P Dicer B 16 14 1
AR 53 AR 5 5 359 52 ) B miRNA
ik, BT miR-143 FIHAHLH
TATHE— LK T miR-143 7 1A F
KR (pri-miR-143) KR IK1E O, 45241
K, 5 miR-143 £ik—3, pri-miR-
143 165 U A 20 7R W T
Spearman AH 543 M $£ 7% pri-miR-143
FEIE A miR-143 Rk 2B B IEAH X,
XL SRR T AR S AR Y D 2
B S 4120 miR-143 F 3 A A
Z—, Wi C A CHR i IE ,miR-143
Ja B X AETE 24 B A a2t
A7 1) B2 5 1% 48 B miR-
143 TP ERIE IS, O, FRATTHE W
B U 2] 4 miR-143 R JE A9 R A
Z — A] RE [F] B 52 HE A A5 2R O0 35
[ R

2 PR ARS8, miR-143 75 & 39 4H 41
FRREFRARRES S Ty S il & A4k e
T, ORI AR S F R0 /0 J& miR-143 N MK

HEHA,
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