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were higher (P <0.05). Compared with Anesthesia-3 group, serum CGRPa levels in Anesthesia-4 group were
higher (P <0.05). Compared with Anesthesia-2 group, CGRPa levels in Anesthesia<4 group serum were higher
(P<0.05). Compared with Anesthesia-0 group, tissues CGRPa levels in Anesthesia4 group were higher (P <
0.05). Compared with Anesthesia-3 group, CGRPa levels in Anesthesia4 group tissues were higher (P <0.05).
Compared with Anesthesia-2 group, CGRPa levels in Anesthesia-4 group tissues were higher (P <0.05). From
the 2nd to 6th week of hypotension modeling induction, compared with pregnancy group, body weight decreased in
the model + pregnancy group and the model + pregnancy + phenylephrine group (P <0.05). There was no signifi-
cant difference in baseline systolic blood pressure among all groups (P >0.05). At the end of the 6th week, com-
pared with pregnancy group, systolic blood pressure decreased in model + pregnancy group and model + pregnancy
+ phenylephrine group( P <0.05) ; the levels of CGRPa in serum and placental tissues increased (P <0.05).
Compared with model + pregnancy group, systolic blood pressure increased in model + pregnancy + phenylephrine
group (P <0.05). Conclusion The poor response of pregnant women with hypotension during caesarean section
under intraspinal anesthesia to the treatment of phenylephrine may be related to the increased levels of CGRPa in
placenta and peripheral blood.

Key words caesarean section; intraspinal anesthesia; ephedrine ; phenylephrine ; hypotension; calcitonin gene-re-
lated peptide o
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1.3 REHEKRN  HHE NCBI FE A4 4t
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L1 Fl B-actin A5 it JFORE, [ 571 HPVI6 (HPVIS
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$EHCHPVI6 L1 (HPVI8 L1 A1 B-actin by i kL,
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PAEARA Cp fBL. BB ARA DNA HREE 23 5 M B
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) P AR A0 A o il 2R 0K S #5 DL gL, HPVI6 L1 &
HPV18 L1 (1) #% U1 $ B LA XT B bR A< B-actin {1 4% D1
B, RIAG HRH I ARAS B R 2 i

®1 34F5

Tab.1 Primer sequences

Primer name Primer sequence (5'-3")

HPVI16 L1 F. TTTGTTACTGTTGTTGATACTAC

R: GAAAAATAAACTGTAAATCATATTC
HPVI8 Ll F: TTTGTTACTGTGGTAGATACCACTCGC

R: GAAAAATAAACTGCAAATCATATTCCTC
B-actin F: CGGAACCGCTCATTGCC

R: ACCCACATCGTGCCCATCTA

1.4 qPCR #% 8 TAKARA 55 & 10 I 5 1% &
NIRRT NIRRT . WA 90 °C, W [E] 30 s,
40 MEFF,95 CASPE 10 s.56 °C Jz 7 30 s 1B k.72
C W 30 s JEfifi,

1.5 SRALRUEXE FrairAsmh 10% Hik
PR [ , MK, A A3 4 pm BT ) R
B AU g A R SP 3, BRD4 kI H
ABways /A F] (525 : CY5423  Fikst 1 : 150) , frF
(a2 I8 b i 3L 1% 0 SR OBUR I #1745, PR
I SVl i W 5 e

1.6 #mpaiEF 1637 C.5%CO, MY
9 40 it & SiHa,HeLa F1 CaSki, F§ 90% DMEM
RS TR (1% 75 BE 5 3= A 10% iR 4 I TH 19 15 9%
RGBSR AN, AR 2 ~3 d AR T IR

1.7 ZFEAJRENE( Western blot) 23§ Ff] RIPA %!
fif# i (RIPA Lysis Buffer) S AN Y S B, 2 IR
LB S x EFELE v, 7235 15 S0 ek 850 J 7E
100 C& ¥k 10 min, & T - 20 CIRAFA M. BCE
8% SDS-PAGE HEfie , #4185 Mk B2 B AF, iUk i %
JEWFE —¥0,4 C—3L BRD4(1 : 1 000) %% 12 ~16
h, TBST {f{ 6 (5 min/iK) . FiR AT T =
Pr2 h,J5 TBST 3k 6 (5 min/IK) , ] ECL
RMCRTEA S RO R

1.8  ZRAIEFEAI A0 MZ1 Lb B0 LA fin MZ1
REFE 24 h 40 A S S S NS AL, AT 96 L
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BRD4 &3k 1 00 5 3 75 Bt i A DG, P A <0. 05
hESAGIFEE L

2 #HR
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B HUEARAS 30 BIAEEE SUmARA 30 Bl TIE 5
JERE i PCR, ARG C fESR H 95 DUBOF 300 75 2K
o AURER, B SR AR A T SR P4 O 3.2
copies/cell, IR F FUE 2 bR AS i 5 2 F- 10 0. 46
copies/cell, P HLEL 22 57 A e it i L (1 =4. 012,
P <0.001) (& 1), &7 5 S0 41 4110 g 5 4 o
A R | S
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Fig.1 HPV DNA viral load in cancer and non-cancer samples
a: Cancer group; b: Non-cancer group; *** P <0.001 vs Cancer

group.
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P oA B S A SURIAR B S0 412145 30 491, R B
B HUEAZ BRDA (I 2 @ T IE W S,
ZEFAGET (P <0.05) (B2 fIk2) .

2.3 BEHHARSHESREAN BRD4 RIZE
BIXE] X 22 BI'E BEHBRA (12 B'E BUEIRA,
10 BAEFEARAS ) /99 75 2 i 55 BRDA Rk b4y

+ +Ht

++ 4+

B2 EREHARMETEAL S BRD HRE
Fig.2 Expression of BRD4 in normal cervical tissue and cervical cancer tissue

A': Immunohistochemical staining image of cervical cancer tissue; B: Immunohistochemical staining image of normal cervical tissue
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%2 BRD4 EREEFHAPHRES

Tab.2 Analysis of BRD4 expression in different cervical tissues

Tissue n (=) (+) (++) (+++) Ordinal mean 7 value P value
Squamous cell carcinoma 30 1 15 11 3 35.07 -2.433 0.015
Non-Cancer 30 1 25 2 2 25.93

Spearman BEAH M0, 45 R 8 R=0.884 3,P <
0.000 1, #&7~ HPVI6 FHPEFR AN 75 2k & 5 BRD4
FRm LA RIEA M. WK 3,

15
R=0.8843
P<0.000 1

—_
(%] (=]
T T

[
T

Viral load (copies/cell)

_5 1 1 1 1
0 2 4 6 8 10

The score of BRD4 expression

3 BRM WRABASHEHENXER

Fig.3 The relationship between BRD4 expression and viral load
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IR AL PR A MZ1 A0 #E A 40 L 9 DNA ¥ DNA i
JEGE— R 25 ng/wl G REAR AR B AR . 4
IR AN MZ1 4b PR 7 519 SiHa Hela | CaSki
20 B P 5 A R TN 24 0 Y S 0 T ) s R 2R
L LR G EE(1=6.018,P <0.01 ;¢ =3. 131,
P <0.05;¢=6.416,P <0.01) (& 5) , $L /R 4% BRD4
(AR T Dk 3 RV S A s w2

3 iTie

B S G L S R, —ad P HPV R
AIRESAE 8 ~ 10 A HHUATEER , 772k HPV A
AR BRI R A o R AE DL P A 0
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Fig.4 Cell viability assay and BRD4 protein expression after MZ1 treatment

A Cell viability assay after treatment with different concentrations of MZ1 using MTT; B: Western blot to detect BRD4 protein expression levels.
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Fig.5 HPV DNA viral load in cervical cancer cells with and without MZ1 treatment

A Viral load results in untreated and treated cervical cancer SiHa cells; B: Viral load results in untreated and treated cervical cancer Hela cells;

C: Viral load results in untreated and treated cervical cancer CaSki cells; a: Control group; b: MZ1 group; “ P <0.05, ** P <0.01 vs Control group.
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The role of BRD4 in HPV16 virus replication in cervical tissue and cells
Wang Le, Li Weixin, Dong Yangliu, Zhao Xian, Zhu Xinli, Zhang Xuechen, Zhe Xiangyi, Pan Zemin
(Key Laboratory of Xinjiang Endemic and Ethnic Diseases ,

School of Medicine, Shihezi University, Shihezi 832002)

Abstract  Objective  To explore the relationship between the replication-associated bromodomain protein 4
(BRD4 ) and human papillomavirus (HPV) 16 ( HPV16) viral load in cervical squamous cell carcinoma and CIN |
tissues, confirm the effects of BRD4 degradation agent MZ1 on viral load. Methods Thirty HPV16-positive cervi-
cal cancer specimens and 30 non-cervical cancer specimens were collected, and the viral load of the samples was
detected by real-time fluorescence quantitative PCR, and the expression of BRD4 was analyzed by immunohisto-
chemistry and Western blot. Results The viral load was higher in the samples of cervical cancer group than in the
samples of non-cancer group, the difference is statistically significant (P <0.01). Immunohistochemistry results
showed that the expression of BRD4 were significantly higher in cervical cancer specimens than in noncancerous
specimens, the difference is statistically significant (P <0.05). BRD4 expression was significantly and positively
correlated with high viral loads, the difference is statistically significant (P <0. 001). the BRD4 degradation agent
MZ1 significantly reduced the viral load, the difference is statistically significant (P <0.01). Conclusion BRD4
may be involved in the replication of HPV16 virus, and BRD4 degradation agent MZ1 can inhibit the replication of
HPV16 virus.

Key words cervical cancer;bromodomain protein 4 ;human papillomavirus16 ;viral load ; MZ1
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