tok ¥ % & o Ak R EHRAT A A2t AR
* B AT 42 AQP8 mRNA fe B &6 £ ik 9 % of

(R R T EAY R EERE MRt 210004 )

m = 8 AQP8 mRNA
50 SD
180-200 g N »n=10 M n=40 M’ 17-a
5 mg-kgd™! 5 N 5
M’ M n=10 Zg n=10 Zz n=10
Zd n=10 7 7
PCR AQP8 mRNA
N M AQP8 mRNA P<0.01
M AQP8 mRNA
P<0.05 AQP8 mRNA
AQP8 mRNA
KEER AQPS
doi 10.11842/wst.2015.08.015 R285.5 A
17-a
[4]
[1] “«
2 3 ” [5] 1] ”ow
2]
[3]
[6]
2014-12-06
2015-03-28

81102611
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JK127667 MJ161892A) AQP8
Abcam ab104745 f-actin
Cell Signaling Technology
H2906 GR44808-4
Bile Salt Export 1.3 ME
Pump BSEP Multidrug LightCycler 1.5 PCR
Resistance—associated Protein 2 MRP2 FB1405657 BioTek
78] EXL800
Amersham EPS 2A200 TE77
PCR
Eppendorf

8 Aquaporin 8

AQP8
o] 17-a
AQP8 (1ol
17-a
17-a
AQP8 mRNA
AQP8 mRNA
1 M
1.1 2%
SD 50 180-200 ¢
SCXK 2012-0001
1.2 #5535
1.8 gmL™ 17-a
Sigma MO63103  Trizol Invitrogen
B3505-1  Takara PrimeScript™ RT reagent
Kit SYBR® Premix ExTaq™
AK1801 BCA
ECL Pierce

Mastercycler BioPhotomete 5810R

2 TiE
2.1 Shih AR E 5
SD 50 2
N n=10 M n=40
wm 17-a
5 mg'kgd' N
17-a 5 5 m’
4 M n=10
Zg 72 g'kg™'-d”" n=10 Zz
36 g'kg™'-d™ n=10 Zd 18 g'kg™'-d™!
n=10
6.17
18 g'kg™'-d™ Zd 7z 2
36 g-kg™-d™ Zg 4 72 g'kg™-d™!
10 mL-kg™"-d™ N M
2 7

2.2 K RAFREZLL AQPS mRNA A -F il &

2.2.1  KAAFMELLLR RNA JRIA 4 4 %
1 mL Trizol
4 12 000 rpm 10 min
RNA 1.5 mL
22 5 min I mL Trizol
200 pL 22 3
min 4 12 000 rpm 15 min
22 10 min
4 15000 rpm 16 min 75%
4 12 000 rpm 10 min 5
min RNA RNA
A260  A280
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1.8-2.1 Takara
mRNA  ¢cDNA RNA
222 B &R K Z = R(QRTPCR) 4 M AQPS

mRNA & ik &

95 15 PCR
95 15 s 58 10s 72 15 s
45

65 15 s 0.1 95
Reduced
Glyceraldehyde—phosphate Dehydrogenase GAPDH
AQPS8 5’-TGGCAT-
GTCCTGGTATGAGC-3’ 5’-TTCTCATTGACG-
GCACCCAT-3" GAPDH 5’-AAT-
GTATCCGTTGTGGATCTGA-3" 5’-GCCTG-

CTTCACCACCTTCT-3" 1

QRTPCR 2
2.3 KAJFIEMAL AQPS & & KA KF M &

23.1 KRAMBRAREORR EETRLE
RIPA
Phenylmethanesulfonyl Fluoride PMSF ,
1.5 mL

4 13 000 rpm 30 min

x1 PERRRNER

e
5% PrimeScript™ Buffer 2 1x
PrimeScript™ RT Enzyme Mix 1 0.5
Oligo dT Prime 50 pmol 0.5 25 pmol
Random 6 mers 100 pmol 0.5 50 pmol
Total RNA
RNase Free dH,0 10
%2 OQRTPCR RE{EZE
/uL
SYBR" Premix Ex Tag™ 2x 10.0 1x
0.8 0.4 pmol
0.8 0.4 pmol
cDNA 2.0
dH,0 64
Total 20.0

BCA
BCA 90 pL
4% SDS 1 mol-L™" DTT
30 puL. 100 5 min Marker
2.3.2 %@ £ JZPP % ( western blotting )
10%
4%
20 pg
Marker 3 uL Marker 3 uL
100 V
Whatman
X 3— - -
x 3 45 mA
1h 5 min
4 h
4-8 h 3-4
Tris Buffered Saline
TBS 20 TBS-T 3
lg 1x TBST 20 mL
5% 20 mL
2 h 4
Ix TBST 3 5 min
2 h
2.4 HBHAF SN
X*s SPSS 12.0

t

P<0.05
3 &R

3.1 B XK FAAIELL AQP8 mRNA & ik T AL
3.1.1 B4 K AAFNELL LR % RNA 53 5 48 5t IR v ik
1%

28S  18S RNA 1
3.1.2 B4R AMAELLL AQPS mRNA /K -F b
N M AQP8 mRNA
P<0.01 7g 1z
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Zd AQP8 mRNA
M P<0.05
AQP8 mRNA
P<0.05 2
3.2 BMK AR AQPS & & ik K-F Ik
N M AQP8
P<0.01 Zg 7z
VA AQPS
M P<0.05
AQP8
P<0.05 3
4 g
AQPs
AQPS8
[11]
[12]
[13]
[10]
AQPS
AQPS
AQPS
« ” [14,15]
20

[6]

28S
18S

1 KEFEELS R RNA BAsiEREEKE

#+A
# A
ok |—'—‘ #
M Zg Zz Zd

2 INRRERRE AR AT R AR ARAE K FRATAEZHER AQPS

AQP8 mRNAARAT & ik &
N
N N o0 (=) (3]

=
NS}
T

N

mRNA HHRIZEHZME (x+5, n=10)
N “P<0.01 M P<0.05  Zz
P<0.05  Zd P<0.05

I i W w s 0P8 (34KD)

- - - i (2KD)

N M Zg Zz Zd

#+A
# A
- I #
M | Zg | Zz I Zd
3 INRRERRE AR A A AR R AR E K FRATAELEZR AQPS

ERFIEKFERNEME (x5, n=10)

N “P<0.01 M
"P<0.05  Zd P<0.05

25000

T

20 000

15000 [

10 000

AQPSABAT & AR

5000 [

N

“P<0.05 Zz
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BSEP

MRP2 1781
AQPS
AQPs AQPS
MRP2  BSEP AQP8
AQPS
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Effect of Modified Yin-Chen-Hao Decoction on Expression of AQP8 mRNA and Protein
in Rats with Estrogen-induced Cholestasis
Liu Jia, Zhao Yu, Hou Lili
(Nanjing Maternity and Child Health Care Hospital, Nanjing 210004, China)

Abstract: This study was aimed to investigate the effect of modified Yin—Chen—Hao (YCH) decoction on the
expression of aquaporin—8 (AQP8) mRNA and protein in rats with estrogen—induced cholestasis, in order to
explore the potential mechanism of YCH decoction in the treatment of intrahepatic cholestasis during pregnancy.

A total of 50 SD female rats, which were weighed between 180 g to 200 g, were randomly divided into the normal
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group (N, n = 10) and the model group (M’ , n = 40). The animal model of intrahepatic cholestasis was induced by
subcutaneous injection of 17-a—ethinylestradiol (5 mg-kg™'-d™") for 5 days of rats in M’ group. The same volume
of propylene glycol was subcutaneously injected to rats in N group. Five days later, rats in M’ group were divided
into the model group (M, n = 10), high—dose (Zg, n = 10), middle-dose (Zz, n = 10) and low—dose (Zd, n = 10)
modified YCH decoction group. The intragastric administration of normal saline, high—dose, middle—dose and
low—dose modified YCH decoction were given to each group for 7 days, respectively. Then, rats were sacrificed
and the liver tissues were removed and stored in liquid nitrogen. The expression of AQP8 mRNA and protein were
detected by real-time polymerase chain reaction (RT-PCR) and western blotting analysis. The results showed
that compared with the normal group (N), the expression of AQP8 mRNA and protein in liver tissues of rats in the
model group (M) were decreased (P < 0.01). Compared with the model group (M), the high—dose, middle-dose and
low—dose modified YCH decoction can increase the expression of AQP8 mRNA and protein in liver tissues (P <
0.05). Moreover, along with the dose increasing of modified YCH decoction, the upregulation of AQP8 mRNA and
protein was increased. It was concluded that the molecular mechanism of modified YCH decoction in treatment
of intrahepatic cholestasis during pregnancy may be through the increasing of AQP8 mRNA and protein in liver
tissues.

Keywords: Estrogen, intrahepatic cholestasis, modified Yin—Chen—Hao decoction, AQPS8
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