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(FE] HO BiTE s o o ss MOE R 5 S 4h HPV E6  Bf A4 A p53 J PinX1 %
MR, Jith RS = AR K KPR B B AR AMRHIF 98 i ie ™8} 2013 4E 3 1 22014 4E2 17
151) Ey 20 9 B B S O | Y SN 9 9 5% A 4, R 10 B AE R R SH U M XHR . SR Real-Time
PCR , Western blot, #3821 234k~ 5 kil 3 2 202 b HPV E6  BF A= 7 p53 F1 PinX1 ) mRNA [ ZR 0%
KA. SR EHEHEA LU mRNA J 8 K455 R HPV E6 335 7K 1 35 = TR 52 41
41(P<0.01), MM A: R pS3 1 PinX1 AR IA7KF-B AR T 55 OE R 21(P <0.05) o MM e
TR B A AU P AR pS3 (R = —0.605,P <0.01) F1 PinX1 (R = —0.496,P <0.05) F&ikKFHF
K5 HPV E6 (YR IR T m AEAE SARDE , B A= A pS3 5 PinX1 AL S IEAHSC(R =0. 824 ,P <0.01)
g EEIEHEAI 40 HPV E6 ik A 54 AY p53  PinX1 933k T ¢, PinX1 (1) 3% 18 5 B 4= 7l
p33 FYIFHIE , HPV E6 1] G838 1o #1174 U p53  PinX1 850 i 19 & 4 &R

[ R$iR | H ik ; HPV E6 ; ¥ /E R p53 ; PinX1
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Correlation of HPV E6 with wild type p53 and PinX1 in cervical squamous
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[ Abstract ]| Objective  To investigate the expression and relationship of human papillomavirus
(HPV) E6, wild type p53, and PinX1 in cervical squamous carcinoma tissues, adjacent tissues, and normal
cervical tissues. Methods  Seventeen cases of cervical squamous carcinoma and adjacent tissues were
collected from Department of Obstetrics and Gynecology, Daping Hospital of the Third Military Medical
University during March 2013 to February 2014, and 10 cases of normal cervical tissues were selected as
control. Real-time PCR, Western blotting and immunohistochemistry assay were used to detect the expression
and distribution of HPV E6, wild type p53, and PinX1 in cervical squamous carcinoma tissues, adjacent
tissues, and normal cervical tissues. Results The mRNA and protein levels of HPV E6 in the cervical
squamous carcinoma tissues were significantly higher than those in the adjacent mucosa (P <0.05) , and the
expression levels of wild type pS53 and PinX1 were dramatically decreased compared with adjacent and normal
mucosa (P <0.05). HPV E6 had a negative correlation with the decreased expression levels of wild type p53
(R=-0.605, P<0.01) and PinX1 (R= -0.496, P <0.05) in cervical squamous carcinoma, however,
a positive correlation was seen between the expression levels of wide type p5S3 and PinX1 (R =0.824, P <0.01).
Conclusion HPV E6 expression is negatively related with wild type p53 and PinX1 in cervical squamous
carcinoma, and PinX1 is closely related with the expression of wild type p53. HPV E6 may result in the

carcinogenesis and development of cervical squamous carcinoma through inhibiting wild type p53 and PinX1.
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B AU AN AR P PinX1 ARG EFAE R pS3 19—
HIEDR, AT LAgE HPY E6 TR, 245 6 Ui 1 &
KN (B JRAE E U A AU SR AR AR IR 5 AL
il AN TG A AT S RS UESE, W A0 i R
F T TR, A IR S S SR I A SR AR,
MNEE R 2 3 H RS 20 B A i HPV E6 | B A= 3 pS3
PinX1 BZRIK, FF o ARt B3k LA 7 18 5 S
St KRR OGN , LIYI R S e ARAZA
PR A S
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L1 s RAR A Fa i 5

PEPE2013 4E 3 7 F 2014 4E 2 45 = FER¥ KR
BEEE e BF 8 A0 BB 5T B 10 77 B 17 490 R 53 39 K
I BI ~ TUA2 JH i) e 250 % 98 A8 28 ey S0 8 o A B o 1t
2 em [PPIEESFLLLY, bRAC Y 205 BRAE 5L, B SR a0 A
PRAEARAE [ B 43 7 B B (FIGO, 2009 48 ) i IK 43 1]
PR, B AR BT ARAT I AT, 4E 1% 30 ~58 (45,1 «
6.7)% , WHUIE #5420 10 HI/E R xF B8, g0 Abp
#E: JC HPV J@y JoBE i 5 S i+ 5 L
B A 44 ~58(49.3 £5.6) %, ARBFREAN =
& K22 R B BE e B SR AR 9% BT 48 B 22 D 254t , A
TG EAE R A

TRIzol 24 RNA $EHGAA 0 £ HE o 46024 1, M-
MLV ¥ %% 58 F) & W B Invitrogen 2\ ], Oligo DT #f

dNTP JE & 3 KA 7], HPV E6 . p53  PinX1 £l B-
actin FURE SRS [ ¥4 T.5 /L, 2 x SYBR Green
Supermix 4 H TaKaRa /A #]; —¥#i: ¥t A HPVI6 +
HPV18 E6 #ifk (ab70) (EHTA p33 Hifk (ab28) i
A PinX1 HifA (ab118255) ¥ H Abcam /A &), GADPH
Uik [ 3 = KA 90 HRP FRid i E 4t B 1gG
PP 1gG W A 3 = Kova], Zhi: Z Ak ik
f PV-9000 Ity { At 5 A2 M AT .
1.2 Real-time PCR #:m HPV E6.p53.PinX1 mRNA
Kk

AR S RNA 3050 & TRIzol {5 30 W] 5 , 3 e 45
AU 7 5 RNA Jf 386 5% 5% cDNA, & 519 )% 51 I
%% 1, Real-time PCR B MWK R 20 wL: [ FiEs|9)
(10 pmol/L) 4%+ 0.5 wL,cDNA 1 pL,2 x SYBR Green
Supermix 10 pL, KE#R4l7K 8 wL;Real-time PCR [ )i
5495 CAEPE 15 5,60 CIR K 30 5,72 CHEMH 30 s,
40 AMEFR ;AR AR i, ) B-actin /E N
Z BN 3 A B AL, B AL Z R E PR 2%
<0.5 VERA B B E (CT) . RIS 244
CT {5 B i i 55 M 1E 5 414U HPV E6 \p53
PinX1 () mRNA ARXF Feik b, /1 272 fHIFR

=1 EE3|MTEE7

HEH ElL7)E2]

PR
/IN(bp)

HPV 6 7 :5'- GCAATGTTTCAGGACCCACAG -3’ 12
TU#:5'- ACTGTTGCTTGCAGTACACAC -3’

53 37 :5'-TGCGTGTGGAGTATTTGGATGAC-3’ 170
P T :5'-CAGTGTGATGATGGTGAGGATGC-3’

PinX1 7 :5'-GAAAGGGTTTAGGGGCTCAG -3’ 187
" N :5'-TCCGAGGAATCTGTGGTTTC -3’

; Li:5'-GTGAAGGTGACAGCAGTCGGTT-3' .
B-actin F:5'-GAAGTGGGGTGGCTTTTAGGAS3

1.3 Western blot #- HPV E6.p53.PinX1 #)%& & & ik

T A 8 LB ) 550 ( Roche ) /9 RIPA 24 i
(1: 10) 1 mL, BEIE K A8 8 b B, R, 52, T
4 °C .12 000 t/min B.0» 15 min, B 351 BCA i
R PR, SR EPREE #E1T Western blot &l , B
60 wg HHFEM FREEFT 10% SDS-PAGE (12% SDS-
PAGE T HPV E6) ;—$it TAEMRE . Pt A\ HPVIG6 +
HPVIS E6 (1:250), FLHt A p53(1:1 000), 4 A
PinX1(1:1000) , 42 GADPH(1:5 000) , 4 4 C4%
Rt s & 0. 1% Tween20 1) PBST VeI 3 ¥k, &Ik
10 min, Z 47 : ffi ;| HRP $ric i £ i B 1gG FFEHi e
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IgG(1:5000) ,37 CHEIK 2 h; e ECL K7 G id B 41
T fbss 2ok
1.4  %yEanibtem HPV E6.p53.PinX1 # % ik oA
FRASH A 4% 225 P W 2 24 h, V)R, &
JES um,60 CHEF 2 h, " FI SR AR iR s T
PR, —dt 4 CH, —H TAEWE: Rt A
HPV16 + HPVI8 E6(1:100) , BB A p53(1:100) , %
LA PinX1(1:100) ; —Ht pv-9000 %5 ; DAB 4u(a,, &
Y BRI K, th R BR  R,40 (50 R
1.5 %tz o
LA x £s B FR, R H SPSS 17. 0 G4k 4
Pt o R AT R R Oy 2 M K e, R A
Spearman #4348 HPV E6 HF4: A p53 Fil PinX1
RKIRKPHIRFR

2 HR

2.1 EFAL JEEEE AT AL P HPV E6
p33.PinX1 mRNA #.ik
TE B S e T HPV E6 B3k I B i T 5% (P <

AL

HPV E6

p53

PinX1

1 fEAR

0.01), p53 K PinX1 7E 7 3500 % 97 40 2L rp 3R 3K F B¢
(P<0.05) MK FHrass A RIEHHEU(F£2) .
% 2 Real-time PCR #il HPV E6 . p53 PinX1 mRNA

RiE (x=5)
2851 HPV E6 p33 PinX1
B U R 2.27+0.32  0.22+0.06  0.24 £0.06
55 4 1.09 £0.19*  0.47 £0.08"  0.46 +0.09"
IEH A - 0.99 £0.09*  1.03 +0.10°

a: P<0.05,5 g # 8B 8 b 4

2.2 EFME FEFMS AT MBS P HPV E6
p53 F= PinX1 & & 49 Kk B 5T

G b2 R (E 1) SR - HPV E6 FHEAN M S A%
g W e A b2 oS 2 s D i e )
eIk N 3 5 T pS3 K PinX1 BHME ik = BE A 40
Ma#% . Western blot 55 (& 2) 7 : 10 £ 1F 41 21
1,8 i HPV E6 JL°F-Jo 31k ,2 5] HPV E6 {3k
B A 2 HPV E6 [ 3RA7KF- B B & TR s34
41,17 pS3 A1 PinX1 Y 3% 18K 7 B S e g 2 rh o
FEAK .
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1 2 3
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P53 Y - - 55 10
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O s £ 21 Fardgt MIER S
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i
) 1.2F

AR

PinX1

A Western blot 2% 1. EFA2;2. THMULE ;3% F

WEBERBTHH a: P<0.01, 5T mMe b

E 2 Western blot #; iUl Bt AN EEHARAMEE
B0 E6 . p53 #1 PinX1 E A RIX

2.3 HPV E6.p53 . PinX1 &k 6448 3% 547

Spearman A 3¢ 73 #7 45 5 i 7 < By 2004 9 41 21
p53 5 E6 Rk K FEAAHK(R = -0.605,P <
0.01), PinX1 5 E6 [k /K2R (R = -0. 496,
P<0.05), p53 5 PinX1 BRIk KFEEIEMH L (R =
0.824,P <0.01),

3 i

99% ‘& 33 e A T HPV By, K 28 A
Y Eom HPV S5 HLIRRE F shig BRIy, D8 (1% ~
3% ) BRHE AR RS20 HPV B B8 RS
HR ) HPV E6 25 2 B 50 A& A FAE Rk i 4
KR AL o g 1 L A BIF ST IR R B e A
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HE AL IR, 5 50 5030 B 2R
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2 ZAE A B AR R A B B AR R pS3 KSR
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FIB BEAR AT, B AR R p53 R S 45 G 0 S VE FH 0SS,
PinX1 {5 S RS o ASBIF 58 08 % B S 8t 9 2H 21
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AHIFGE NEER B B 7K PR S5 B S5 64 s 2H 21
HPV E6 ik /K- B I & T 55 41 41, 5 W 2R AU pS3
PR Pinxl ikt 2 M AHC, PinX1 7EJ 402 Rk
KB AR T8 55 LA GE # Al 4, 9 H 5 BF A= R pS3
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