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Abstract

AIM: To explore the relationship between mitochondrial
DNA (mtDNA) and gastric cancer by comparing the difference
of mtDNA copy number in gastric cancers and paracancerous
tissues.

METHODS: Hypervariable reigon (HV) ; and HV, of mito-
chondrial D-loop region from 20 cases of gastric cancer
and 20 paracancerous tissues were amplified by PCR;
meantime b-actin was served as a quantitative standard
marker, followed by polyacrylamide gel electrophoresis
(PAGE) and silver staining, in which the difference of mtDNA
copy number was compared between gastric cancers and
paracancerous tissues.

RESULTS: There existed significantly quantitative difference
in HV;, HV, (standardized with b-actin) between gastric cancers
and paracancerous tissues (P <0.01). mtDNA copy number
was associated with important enzymes in nucleus such as
AKP, cAMP-PDE and cGMP-PDE (P <0.05), although not with
tumor histological type and invasive depth (P >0.05).

CONCLUSION: The occurrence of gastric cancer is closely
associated with decreased mtDNA copy number, which may
be a new tumor marker.

Han CB, Li F, Yang XF, Mao XY, Wu DY, Xin Y. Alterations of mtDNA
copy number in gastric carcinoma. Shijie Huaren Xiaohua Zazhi 2004;12
(2):258-261

. 2004;12(2):258-261
http://lwww.wjgnet.com/1009-3079/12/258.asp
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. DNA(mitochondrial DNA, mtDNA)
(2 mtDNA 16 569 bp
, ATP
) (free
radicals) (reactive oxygen species,
ROS), (glutathione)
, mtDNA (a1,
mtDNA
DNA , mtDNA
[14].
1.1 20 40
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2, 2, 2 actin. HV: HV,,
Lauren : 1 9 . ( 1, 2), HV; HV,
5 , 6 , 8 , 1 (P <0.01,
. 1), mtDNA
1.2 30 mg 30 s, 0.1¢g/L , mtDNA .HV, HV,
K 5¢/LSDS 10 mmol/L Tris-HCI/0.1 mol/L (r=0.91, P <0.01). HV, HV,
EDTA (pH7.4) 1 mL ; DNA 25:24:1 _MtDNA WHO
/ / 2 / 4:1)1 ;
1/10 3 mol/L (PH7.4) 2 ’ Lauren .
, 700 ml/L . DNA 50 m 10 mmol/L (P =0.086).
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, P <0.01
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(cyclic GMP phosphodiesterase,
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LAP (P >0.05).
1 mtDNA D-loop HV1 mtDNA

n HV_/b-actin P
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Lauren’ s
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11 1.02+0.25
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8 0.95+0.11

AKP

_ 9 0.83+0.10 <0.05

+~t+++ 11 0.9840.13
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+~t+t 6 0.91+0.18

cAMP-PDE

_ 11 0.78+0.10 <0.05

+~t+tt 9 0.9740.18

cGMP-PDE

_ 14 0.80+0.17 <0.05

+~ttt 6 1.0940.20

AKP: ; LAP: ; CAMP-PDE:

; CGMP-PDE: ; P <0.05
P <0.01
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Expression of PTEN encoding product in malignant lesions of
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Abstract

AIM: To explore the relationship between p21™s, c-erbB-
2, p53 protein expression and TCM syndrome in gastric
precancerous lesions (GPL).

METHODS: Forty cases with endosmotically and patho-
logically confirmed GPL were studied, including 24 cases
of moderate dysplasia of gastric mucosa, 9 cases of severe
dysplasia, 7 cases of incomplete colonic intestinal
metaplasia. By the differential diagnosis of TCM, pi-wei
deficiency of Qi and Yin associated stagnation of Qi, stomach-
heat, and blood stasis were 10,12 and 18 cases respectively.
Expression of p21lras, c-erbB-2 and p53 proteins was de-
tected by the LSAB immunohistochemical method.

RESULTS: Overexpression of p21, c-erbB-2 and p53 pro-
teins was found in GPL, and gradually increased with the
progress of lesions; but among gastric mucosa of the
mederate, severe dysphasia and incomplete colonic intesti-
nal metaplasia, there are no differences in the expression
of the genes (P >0.05). Among the differential associated
symptoms and signs, the expression of p21™ and p53
oncogene proteins was the blood stasis > stomach-heat
and Qi stagnation (P <0.01), and the expression of c-
erbB-2 oncogene protein was the blood stasis and stom-
ach-heat >Qi stagnation(P <0.05).

CONCLUSION: Overexpression of p21', c-erbB-2 and p53

proteins is found in GPL. The expression is related with
the differentially associated symptoms and signs.

Hu L, Lao SX. Relationship between expression of p21's, c-erbB-2 and
p53 and TCM syndrome in gastric precancerous lesions. Shijie Huaren
Xiaohua Zazhi 2004;12(2):262-265
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Abstract

AIM: To analyze the factors influencing lymph node me-
tastasis in gastric cancer and to screen the indicators that
could predict more exactly the extent of lymph node me-
tastasis before surgery.

METHODS: The mRNA expression of heparanase, MMP-7,
VEGF-C, S100A4, hRad17, hTERT, CDH1, KAI1 and nm23H1
genes were examined in 62 gastric cancer tissues by re-
verse transcription polymerase chain reaction (RT-PCR).
In combination with clinicopathological features, univariate
and multivariate analyses were carried out in order to screen
the factors affecting lymph node metastasis of gastric
carcinoma.

RESULTS: All the genes above were expressed more or
less in gastric cancer tissues. With regard to the positive
rate, S100A4 and hTERT were the highest (both 96.8%)
and CDH1 was the lowest (64.5%). Multivariate analysis
with binary logistic regression showed that lymphatic invasion
and heparanase mRNA expression were independent factors
that judged whether there was lymph node metastasis,
and the odds ratios [Exp (B)] were 21.137 (95% CI 2.115-
211.211) and 9.768 (95% CI 1.582-60.300) respectively.
When predicting the extent of the lymph node metastasis

(the number of lymph node metastasis of no more than 6
was regarded as the fewer and lighter; no less than 7 as
the more and heavier), MMP-7, hTERT and CDH1 genes
mRNA expression and Lauren type of carcinoma were the
independent factors (P =0.037, 0.009, 0.021 and 0.012
respectively), Exp (B) was 8.046, 9.159, 0.087 and 10.068
respectively. The area of serosa involvement was also an
important factor.

CONCLUSION: Heparanase mRNA expression and lym-
phatic invasion of gastric cancer tissue correlate with lymph
node metastasis positively. The degree of lymph node me-
tastasis is more serious in patients with diffusive histo-
logical type, area of serosa involvement more than 20 cm?
and MMP-7, hTERT mRNA overexpression, and CDH1 loss
of expression in gastric cancer. Above examinations before
surgery are indicated to arrive at an optimum treatment
scheme.

Huang BJ, Xu HM, Zhao YJ, Wang TJ, Tian DT, Chen JQ. Multivariate
analysis of predicting lymph node metastasis in gastric cancer. Shijie
Huaren Xiaohua Zazhi 2004;12(2):266-270
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’ 60s), 72°C 7 min, - MgCl, 1.5 mmol/L,
wa \ dNTP 200 mmol/L, 0.5 mmol/L, Tag DNA
, ( )1.2 MU/20 L. 4
, , (30 g/L 80 g/L
[13-15] Heparanase, )s ’ ’
MMP-78 1 VEGF-CI® | 5100A4%), hRad17?%, (22]. Chemi Imager 5500
hTERTUI-1: 28 CDH1M-5 24 KAILPY  nm23H1M 2 (A),
, mMRNA M, 1=A  [Axine, beta actin
. : RT-PCR . : , ( )
s , mRNA
5 ’ 5 .
(fisher’ s exact test), Binary Logistic
regression model, P <0.05 ,
1.1 2001-09/2002-09 SPSS10.0
62 , 41 21
28-77(58 + 1.7) , N 2
30min , -80°C 2.1 S100A4 hTERT
, . (96.8%), hRad17(91.9%), KAI1(91.9%),
1.2 Trizol (Invitrogen ) Heparanase (88.7%), MMP-7(86.0%), nm23H1(80.6%)
RNA, . A/ ~ VEGF-C(70.0%), CDH1 645%). 1
1 RT-PCR
hTERT 5’ -ggcgacatggagaacaagc-3’ 5’ -aggtgagactggctctgatgg-3’ 340 bp 9-12exon
VEGF-C 5’ -gaggctggcaacataacaga-3’ 5’ -ccttgagagagaggcactgt-3’ 321bp 2-4exon
hRad17 5’ -aaaatcaagaggtccaag-3’ 5’ -cctgagtaaagagegtgt-3’ 335bp 11-14exon
S100A4 5’ -cctggatgtgatggtgtc-3° 5’ -tcttcctgggetgettat-3° 278 bp 1-2exon
heparanase 5’ -agaaagacggctaagatg-3’ 5’ -atagggtaaccgcaagta-3’ 588 bp 8-11exon
MMP-7 5’ -agatgtggagtgccagatgt-3’ 5’ -tagactgctaccatccgtcc-3’ 358 bp 1-3exon
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nm23H1 5’ -cgccttgtgggtctgaaa-3’ 5’ -tgtggtctgccctectgt-3° 377 bp 2-5exon
Actin B 5’ -gatgacccagatcatgtttg-3’ 5’ -tggagttgaaggtagtttcg-3’ 491 bp 2-4exon
GAPDH 5’ -cgaccactttgtcaagctca-3’ 5’ -aggggtctacatggcaactg-3’ 227 bp 7-9exon
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RT-PCR 6 , 7
, hTERT, S100A4, Heparanase, MMP- , .
7, KAI1l, nm23H1 , VEGF-C.
hRadl17., CDH1 . . N
2.2 1997 N Heparanase .hTERT
(UICC) TNM , , , VEGF-C
(PN) , ;
PNo(0 ), pNi(1-6 ), pNy(7-15 ), pNs(15 . Lauren . 20 cm?,
), et al TNM , MMP-7, VEGF-C, hRad17,
, hTERT CDH1, KAIl1 ,
, pN : , 7 ( 2.
2
c? P c? P
+ 1 2 3
5 15 1.869 0.393 13 7 4492 0.106
+ 5 34 18 21
<10 8 29 24 13
(cm?) 11-19 2 12 1.06 0.589 8 6 7.5 0.024
=20 1 10 2
3 12 0.069 0.793 11 4 2.733 0.098
8 39 23 24
+ 8 35 0.072 0.789 26 17 1.794 0.18
3 16 8 11
/ 6 12 4.225 0.04 15 3 8.315 0.004
5 39 19 25
Lauren 8 22 3.172 0.075 23 7 11.182 0.001
3 29 1 21
- 8 34 0.152 0.697 26 16 2.625 0.105
+ 3 17 8 12
5 18 14 9
0 27 14.631 0.001 9 18 11.952 0.003
6 6 1 1
- 10 25 6.495 0.011 2 13 2.087 0.149
+ 1 26 12 15
MMP-7 6 24 0.203 0.652 2 8 8.028 0.005
5 27 12 20
Heparanase 9 21 5.984 0.014 19 1 1.694 0.193
2 30 15 17
S100A4 8 31 0.553 0.457 24 15 1.95 0.167
3 20 10 13
VEGF-C 10 31 3.666 0.056 27 14 5.93 0.015
1 20 7 14
hTERT 9 25 3.93 0.047 27 7 18.356 0.00 0018
2 26 7 21
hRad17 7 31 0.031 0.86 25 13 4.753 0.029
4 20 9 15
nm23H1 7 27 0.418 0.518 17 17 0.712 0.399
4 24 17 1
KAIL 6 35 0.801 0.371 18 23 5.846 0.016
5 16 16 5
CDH1 8 37 0.0 001 0.99 20 25 7.16 0.007
3 14 14 3
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" 95.0% Cl for EXP(B)
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Lower Upper
3.051 1174 6.794 0.009 21.137 2115 211211
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© -4511 1.846 5.968 0.015 0.011
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; 211
: 9.7 ,
o —
( ) , .
s [1,3-4,6, 10, 13, 16, 18, 22, 24, 28—29]. ,
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Abstract

AIM: To construct a universal expression vector for human-
mouse chimeric Fab antibody and to use it for construction
and expression of human-mouse chimeric Fab antibody
against human hepatoma associated antigen HAb18G.

METHODS: Human 1gG3 CH1 and Ckgenes were amplified
by PCR with specific primers and cloned into vector pComb3
to construct a human-mouse chimeric Fab antibody universal
expression vector pComb3C. Then, the Vk and Vy genes
of mAb HAb18 were amplified by PCR using specific primers
and cloned into the expression vector pComb3-cFab. After
glll was cut away, the secretory expression vector
pComb3C/cFab containing chimeric Fab antibody gene of
HAb18 was constructed and transfected into competent E.Coli.
And then, the antibody induction expression by IPTG was
conducted. The locaeization of expression products was de-
tected by sandwich ELISA. Finally, The expression product
was purified by affinity chromatography and the antigen-bind-
ing specificity and affinity of the expression product were
tested by ELISA and immunofluorescence staining.

RESULTS: Human IgG3 CH1 and Ck genes were correctly

inserted into vector pComb3 by nucleotide sequencing and
restriction endonucleases digestion, with the size of 324bp
and 333 bp, and chimeric Fab gene of mAb HAb18 was
successfully constructed and expressed in E.Coli. The
molecular mass of expression product was about 45 ku. It
was mainly located in the periplasm. The results of ELISA
and immunofluorescence staining showed that the expressed
chimeric Fab contained human antibody fragment and had
specific antigen-binding activity, and its affinity was about
10% of parental antibody HAb18.

CONCLUSION: We have successfully constructed a universal
expression vector for human-mouse chimeric Fab antibody.
Based on this result, a small molecule of chimeric Fab
antibody against human hepatoma is prepared, which lays
a foundation for its further application into diagnosis and
therapy of human hepatocellular carcinoma.

Xing JL, Yang XM, Zhang SH, Yao XY, Liang RA, Chen ZN. Construction
of a universal expression vector for human-mouse chimeric Fab antibody
and expression of chimeric Fab antibody against human hepatoma associ-
ated antigen HAb18G. Shijie Huaren Xiaohua Zazhi 2004;12(2):271-275
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, SDS-PAGE Western-blot ,
ELISA
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mAb HAb18 Fab .
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ELISA , ,
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0
HAb18mAb HAb18G/CD147
(-2
s mAb
, [+ HAb18 mAb F(ab’),
I -7,
(HAMA), ,
8] ,
T/NT , o, ,
TINT
. HAb18mAb Fab
, Fab ,
huCH1/huCL mCH1/mCL, Fab
(HAMA) , ,
1
1.1 IgG3CH1 k
pComb3/HuFab .
mAb HAb18(IgG1)Fd T pMD18T-
Fd pMD18T-L .
pComb3  E.coli JM109  XL1-blue,
T . PCR
) . mAb HAb18 .
19G chHAb18 HRP-HADb18 . IPTG,
FITC HRP 19gG . Protein G
HHCC
. PCR

: MVHback5’ -AAG TGA AGC TTC TCG
AGT CTG G-5"; MVHfor5" - GGG GAT ATC TGC AGA
GAC AGT GAC -3’; HuCH1back5’ -GGG GCT CGA
GTT GAT ATC TCC ACC AAG GGC CCA TCG GTC-3’;
HuCH1for5” -GCA TGT ACT AGT TTT GTC ACA AGA
TTT GGG -3’; MVLback5” -CAGATGTGAGCTCAGTA
TTGTGATGACCCAGACTCC-3’; MVLfor5" -GGG GTC
GAC GTT TTATTT CCA ACT TTG T-3’; HuCLback5’ -
GTT CCG AGC TCA AGT CGA CCT GTG GCT GCA CCA
TCT GTC -3’; HuCLfor3” -GCG CCG TICT AGA ATT
AAC ACT CTC CCC TGT TGA AGC TCT TTG TGA CGG
GCG AAC TCA GGC CC-3’. Xho I, EcoR

V., Xhol, EcoR V, Spel, Sacl, Sall, Sacl .
Sall Xbal

1.2
1.2.1 Fab
pComb3/HuFab ,
IgG3CH1 Kk .PCR
) pMD18-T
( )
pMD18-T/HUCH1 pMD18-T/HuCk,
JM109 , DNA
Sac [+Xba | pComb3
pMD18-T/Hu Ck,
, N , pComb3/
Hu Ck . s Xho 1+Spe |
pComb3/ HuCk
pMD18-T/Hu CH1, N )
) Fab pComb3C.
1.2.2 HADb18 cFab
pMD18T-Fd pMD18T-L ,
mAb HAb18 . ,
. , Sac I+Sal |
pComb3C mADb
HAb18 PCR ,
) N , pComb3C/cL
s Xho I+EcoR V
pComb3C/cL
mAb HAb18 PCR ,
N , , Fab
pComb3C/cFab-glll. Spe I1+Nhe |
pComb3C/cFab-glll glll
, T4 DNA
pComb3C/cFab,
1.2.3 cFab
pComb3/cFab pComb3 1:100
10mL 5mL SB-Amp (100 mg/L)
, 250 r/min 37 C Asoorm 0.6
pComb3/Fab 5mL IPTG ,
IPTG 1 mmol/L,

250 r/min 30 'C 16 h. 12000¢g 2 min

, ELISA
HAD18IgG , PBS
(Yan ZY, et al. Jingbian Fenzishengwuxue

Shiyan Zhinan Beijing: Science Press. 1998:415-417).

cFab s
s ELISA cFab

1.2.4 cFab 1.2.3
500 mL pComb3/cFab ,
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GST-HAb18GE M 1 2 3 4 5 & 7
GST, cFab )
chHAD18 , PBS . (2)
ELISA: GST-HADb18GE 4 C ,
, HRP-HADb18 (0.1 mg/L)
cFab . ,
TMB ’ A450nm ’
. (%)=[( A - A ) A
2 cFab pComb3C/cFab-glll . M:
] x 100%. (3) HAb18G DNA marker; 1: VH; 2: VL: 3: pComb3C/cFab—glll/ Xho | + Spe I; 4:
pComb3C/cFab-glll/ EcoR V + Spe I; 5: pComb3C/cFab-glll/Sac | +
HHCC ’ 5 x 1071 x 10%/L. Xba I; 6: pComb3C/cFab-glll/ Sal | + Xba I; 7: pComb3C/cFab-glll/
HAb18 cFab HHCC  Spel+Nhel.
, 47T 30 min, 2 . ’ Not I ~ Xho I EcoR V Spe | Nhe | Sac | Sal | Xba I Not |
l9G-FITC, 4 C 30 min, 2 II\OVKL GGGGS [g111 sto] AE
N , : I9G SN
, PBS SN
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(2) Ligation
( 1)
IgG3CH1 Kk , w [A ovk]erd ‘stopw [ne] et [stopl-
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1.2 -
M 1 2 3 4 5 E
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<
<
bp 0.4 -
]2_888 0.0 L1111 ! T
750 1 2 3 4 5
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250 4 ELISA cFab . 1: pComb3 after induction; 2:
pComb3C/cFab before induction; 3: pComb3C/cFab after induction;
100 4: chHAb18; 5: PBS
1.2~ o sandwich ELISA
1 pComb3C . M: DNA marker; ]
1: Human IgG3CH1; 2: Constant region of human k chain; 3: £0.8-
pComb3C/Xho | + Spe I;4: pComb3C/Sac I+Xba I;5: pComb3C/EcoR g
V +Sal I. Q
<0.4+
2.2 HAb18cFab PCR D
mAb HAb18 . 0.0 L
1 2 3 4 5
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Abstract

AIM: To prepare a cancer vaccine (Hx-DC) based on fusion
of hepatocarcinoma cells (H,;) with dendritic cells (DC) of
mice and to analyze the biological characteristics, tumori-
genicity and specific CTL activity of Hx-DC.

METHODS: DCs were fused with Hy, cells and fusion cells
were marked with CD11c MicroBeads. The teachniques of
cell culture, immunocytochemistry and light microscopy
were used to test the characteristics of growth morphology
of Hy-DC in vitro. As an immunogen, Hx-DC was inoculated
subcutaneously into the right armpit of Balb/C mice, and
their tumorigenicity in vivo was observed. MTT was used
to test the CTL activity of murine spleen in vitro.

RESULTS: H,,-DC was able to divide and prolifterate in vitro,
but its activity of proliferation was significantly decreased
as compared with H,, cells and its growth curve was flatter
than that of Hy, cells. The spleen CTL activity against H,,
cells in mice implanted with fresh H,,-DC was significantly
higher than that in control groups (P <0.01).

CONCLUSION: Hx-DC can significantly stimulate the spe-
cific CTL activity of murine spleen. The DC vaccine is likely
to become a helpful approach in immunotherapy of hepa-
tocellular carcinoma.

Zhang J, Zhang JK, Zhuo SH. A vaccine prepared by fusion of H,, cells
with the spleen-drived dendritic cells. Shijie Huaren Xiaohua Zazhi 2004;
12(2):276-279
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Abstract

AIM: To study the expression of DNA repair enzyme hOGG1
mRNA and protein in nomal liver cell, hepatoma cell lines
and hepatocellular carcinoma (HCC) tissues, and to inves-
tigate their function in the progress of HCC.

METHODS: Expression of hOGG1 in normal liver cell L-02,
hepatoma cell lines HepG2, SMMC7721 and HCC tissues
(26 cases) as well as surrouding tissues of HCC (21 cases)
were detected by semi-quantitative reverse-transcription
polymerase chain reaction. hOGGL1 protein was detected in
corresponding HT tissues (17 cases HT) and their surrouding
liver tissues (15 cases HST) by immunohistochemistry.

RESULTS: The expression level of hOGG1 mRNA in nhomal
liver cell line was lower than that in two hepatoma cell
lines (0.270£0.014 vs 0.662+0.011, 0.624+0.020, P <0.05).
The expression of hOGG1 mRNA in HepG2 was similar to
that in SMMC7721. The expression of hOGG1 mRNA in HT
was lower than that in HST (P <0.05). hOGGL1 protein was
87.2% (41 of 47) positive in HT and HST and was mainly
distributed in liver cells. The protein level of hOGG1 in HCC
tissues was correspondingly lower than in their surrouding
tissues (P <0.05).

CONCLUSION: Overexpression of hOGG1 in hepatoma cell
lines and the surrouding liver tissuses of HCC may be one
of the key events which promote the malignant growth.
These results suggest a role for hOGG1 expression in the
course of the multistage process of carcinogenesis in hepa-
tocellular carcinoma.

Zhou XM, Lin JS, Zhang JY, Zhang L, Zhou HJ. Expression of hOGG1
mRNA and protein in hepatocellular carcinoma. Shijie Huaren Xiaohua
Zazhi 2004;12(2):280-282
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Abstract
AIM: To clone the murine a-fetoprotein gene and to con-
struct the eukaryotic expression vector of AFP-CTLA4
fusion protein.

METHODS: Total RNAs were extracted from Hepal-6 cells,
then the murine a-fetoprotein gene was amplified by RT-
PCR and cloned into the eukaryotic expression vector
pcDNA3.1. The extramembrane domain of mouse CTLA4
gene was amplified from plasmid pmCTLA4-1g, followed
by the addition of a linker using overlap PCR. The PCR product
was subcloned into pmAFP and fused in frame with the AFP.
The recombinant of vector was transformed into E.coli. DH5a,
the positive clones were selected and the plasmid DNA was
identified by restriction enzyme analysis and sequencing.
After transient transfection of CHO-K1 cells with the recom-
binant of vector, Western blotting was used to detect the
expression of fusion protein.

RESULTS: The 1.8 kb murine a-fetoprotein gene was suc-
cessfully cloned from the total RNA of Hepal-6 cells. The
result obtained from the restriction enzyme analysis showed
that the extramembrane domain of mouse CTLA4 gene
was successfully inserted into pmAFP. Result of sequencing
assertained that the orientation of the ligations and the
reading frame were correct, and Western blotting indicated
that the recombinant of vector could express murine AFP-
CTLA4 fusion protein in CHO-K1 cells.

CONCLUSION: We successfully construct eukaryotic ex-
pression vector of AFP-CTLA4 fusion protein, which forms
an important basis for the research of immunotherapy of

hepatocellular carcinoma with pmAFP-CTLA4.

Tian G, Yi JL. Construction and identification of the eukaryotic expres-
sion vector of murine AFP-CTLA4 fusion protein. Shijie Huaren Xiaohua
Zazhi 2004;12(2):283-285
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Abstract
AlIM: To screen the hepatocyte protein interacting with
HCV core protein.

METHODS: By using HCV core protein as a bait, yeast-two
hybrid system 3 was employed for screening and identifica-
tion of HCV core protein-binding proteins from a hepatocyte
cDNA library expressed in yeast cells. The protein-protein
interaction was confirmed by back-cross experiment, and
the inserts of the expressive vectors were sequenced and
analyzed by bioinformatics methods.

RESULTS: Among them we identified retinol dehydrogenase
11(RDH11/androgen- regulated short-chain dehydroge-
nase/reductase 1 (ARSDR1) as a HCV core protein-inter-
acting protein. This is the first time, to the best of our
knowledge, to know the fact that there are interactions of
HCV core protein-retinol dehydrogenase 11.

CONCLUSION: The identification of retinol dehydrogenase
11 as the HCV core protein binding partner paves a new way

for further understanding of the pathogenesis of HCV infection.

Cheng J, Li K, Wang L, Lu YY, Liu Y, Zhong YW. Identification and
characterization of retinol dehydrogenase 11 as a hepatitis C virus core
protein-binding protein by yeast-two hybrid technique. Shijie Huaren
Xiaohua Zazhi 2004;12(2):286-290

(HCV) HCV
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HCBP12,
11(retinol dehydrogenase 11, RDH11),
/ 1(androgen-regulated
short-chain dehydrogenase /reductase 1, ARSDR1).

HCV
11 , HCV
HCV ,

11 . 2004;12(2):286-290
http://lwww.wjgnet.com/1009-3079/12/286.asp
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[11—15].
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[21-25]

’



11

287

HCV )
HCV

HCV )
cDNA
, HCV
11(retinol dehydrogenase 11, RDH11)
/ 1(androgen-regulated short-
chain dehydrogenase /reductase 1, ARSDR1) ,
HCV

1.1 pGBKT7-BD
. PGBKT7-53
Saccharomyces cerevisiae AH109
(K1612-1).
(AH109).
(Y187).

. pPGADT7-AD
. PGBKT7-Lam )
. Y187
pGBKT7-p53
DNA-BD/ p53 . pTD1-1
pACT2 AD/SV40 T
. cDNA (Y187).

AD/cDNA (PT3183-1),

Clontech YPDA . SD/-Trp. SD/-Leu,

SD/-Trp/-Leu. SD/-Trp/-Leu/-His. SD/-Trp/-Leu/-His/
-Ade , X- o - (Gal) Clontech

, . Sigma [31-32],

PACT2

1.2
121 HCV
pGBKT7-core ,
il AH109
SD/-Trp
( 1 x 10° /ml) ,
30°C , 24h SD/-Trp/-Leu/-His 25
. SD/-Trp/-Leu/-His/-Ade 25
6-18d 2 mm
, X-a- QDO a-
) QDO
[33—35].
1.2.2
Lyticase

SOB ,
DNA ,

. GenBank
, GenBank

2.1

pGBKT7-HCV-core .
2.2 HCV ,

cDNA , 36
4 ) a-
cDNA , 12
, HCV
12(HCBP12), GenBank , AF395068.
HCBP12 954 nt, 318
aa ( 1)

ATG GTT GAG CTC ATG TTC CCG CTG TTG CTC
M V E L M F P L L L
CTC CTT CTG CCC TTC CTT CTG TAT ATG GCT
L L L P F L L Y M A
GCG CCC CAA ATC AGG AAA ATG CTG TCC AGT
AP Q I R K M L S s
GGG GTG TGT ACA TCA ACT GTT CAG CTT CCT
G V C T S T V Q L P
GGG AAA GTA GTT GTG GTC ACA GGA GCT AAT
G K V V V V T G A N
ACA GGT ATC GGG AAG GAG ACA GCC AAA GAG
T 6 1 6 K E T A K E
CTG GCT CAG AGA GGA GCT CGA GTA TAT TTA
L A Q R G A R V Y L
GCT TGC CGG GAT GTG GAA AAG GGG GAA TTG
A C R D V E K G E L
GTG GCC AAA GAG ATC CAG ACC ACG ACA GGG
V A K E I Q T T T G
AAC CAG CAG GTG TTG GTG CGG AAA CTG GAC
N Q Q VL V R K L D
CTG TCT GAT ACT AAG TCT ATT CGA GCT TTT
L S DT K S I R A F
GCT AAG GGC TTC TTA GCT GAG GAA AAG CAC
A K G F L A E E K H
CTC CAC GTT TTG ATC AAC AAT GCA GGA GTG
L H V L I N N A G V
ATG ATG TGT CCG TAC TCG AAG ACA GCA GAT
M M C P Y S K T A D
GGC TTT GAG ATG CAC ATA GGA GTC AAC CAC
G F E M H I G V N H
TTG GGT CAC TTC CTC CTA ACC CAT CTG CTG
L 6 H F L L T H L L
CTA GAG AAA CTA AAG GAA TCA GCC CCA TCA
L E K L K E S A P S
AGG ATA GTA AAT GTG TCT TCC CTC GCA CAT

R I v N V S S L A H
CAC CTG GGA AGG ATC CAC TTC CAT AACCTG
H L G R I H F H N L

CAG GGC GAG AAATTC TAC AAT GCA GGC CTG
Q 6 E K F Y N A G L



288 ISSN 1009-3079 CN 14-1260/R

2004 2 15 12 2

GCC TAC TGT CAC AGC AAG CTA GCC AAC ATC
A Y C H S K L A N |
CTC TTC ACC CAG GAA CTG GCC CGG AGA CTA
L F T Q E L A R R L
AAA GGC TCT GGC GTT ACG ACG TAT TCT GTA
K G S G V T T Y S V
CAC CCT GGC ACA GTC CAA TCT GAA CTG GTT
H P G T V Q S E L V
CGG CAC TCA TCT TTC ATG AGA TGG ATG TGG
R HS S F MU RW M W
TGG CTT TTC TCC TTT TTC ATC AAG ACT CCT
W L F S F F I K T P
CAG CAG GGA GCC CAG ACC AGC CTG CAC TGT
Q Q G A Q T S L H C
GCC TTA ACA GAA GGT CTT GAG ATT CTA AGT
AL T E G L E I L s
GGG AAT CAT TTC AGT GAC TGT CAT GTG GCA
G N H F S D CH V A
TGG GTC TCT GCC CAA GCT CGT AAT GAG ACT
W V S A Q A R N E T
ATA GCA AGG CGG CTG TGG GAC GTC AGT TGT
Il AR R L W D V S C
GAC CTG CTG GGC CTC CCA ATA GAC TAA
D L L G L P I D =*

1 HCBP12

2.3 HCBP12
HCBP12 ,  GenBank
11
/ 1. HCBP12 ,
11 /

[36-40]

, cDNA ,

, HCV
11
/ 1 , HCV

[46-60]

. HCV

Moore et al 4 /
(SDR) )
/ 1 (Psdrl). Psdrl  cDNA
3.2 kb, Psdrl 316 aa ,
85%. Northern blot
, Psdrl

, (androgen
response element) (progesterone response
element). Psdrl 12g31-
34, PSDR1 (14923-24.3).

, Psdrl
. Wang et al
11- - N \
Rdh5 . Rdh5 9- -
) 11- - )
. Rdh5 mRNA

Rdh5 )
Rdh5 9- -

11- - . Huang et al ©
11- - 293
) , 293 11-

. 11- -
(11-cis-retinol dehydrogenase) 9- -
, Driessen et al 11- -

)

. 11- -
(fundus albipunctatus)
11- -

. Yamamoto et al

HCV
11/
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syndrome, MMS). HCV 2002;10:1030-1032
s HCV s 27 , , )
HCV 2002;10:1032-1034
A A 28 , .
s 2002;10:1035-1037
29 , , . 2002;
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11 2002:10:161-164 2003;11:385-388
. 2002;10:211-213 38 ' ' ' ' ' ' ' '
12 NS3
' ' ' ' ' ' '2002,10_'209_211 2003;11:399-403
13 o 39 L S
2002;10:125-128 6
14 2003;11:394-398
NS5A 40 c -
. 2002;10:133-136 2003;11:451-455
15 L HBsAg 41 b , , -
DNA H_2b 2003;11:456-458
. 2002;10:137-140 42 b :
16 o o , o 2003;11:459-461
LRRP1 2002;10:165-168 43 R
17 o , , 2003;11:450-451
44 ) ) ) ) .
2002;10:765-769 2003;11:474-477
18 45 ) ) ) ) .
2002;10:999-1003 2003;11:461-463
19 il il il il il il il il 46 ' ! ' ' .
E2 2003;11:472-474
. 2002;10:897-901 47 , , , , p21/wafl
20 ) , ) ) , ) ) , ) 2003;11:469-471

48



290

ISSN 1009-3079 CN 14-1260/R

2004 2 15 12 2

49

50

51

52

53

54

55

56

57

58

59

60

61

62

HCV 1.

2001;
9:1379-1383
) ) ) ) . MAPK
2003;11:466-469
) ) ) ) JAK-STAT
2003;11:464-466
5A 10
2003;11:935-938
X . 2003;11:920-924
3
2003;11:930-934
10 . 2003;11:925-929

2003;11:888-896

2003;11:943-946

5A
2003;11:939-942

NIP3

2003;11:951-954

Weel
2003;11:947-950
Bl

2003;11:955-958
Moore S, Pritchard C, Lin B, Ferguson C, Nelson PS. Isolation
and characterization of the murine prostate short-chain dehy-
drogenase/reductase 1 (Psdrl) gene, a new member of the
short-chain steroid dehydrogenase/reductase family. Gene
2002;293:149-160
Wang J, Chai X, Eriksson U, Napoli JL. Activity of human 11-
cis-retinol dehydrogenase (Rdh5) with steroids and retinoids

ISSN 1009-3079 CN 14-1260/R 2004

63

64

65

66

67

68

69

70

71

and expression of its MRNA in extra-ocular human tissue.
Biochem J 1999;338(Pt 1):23-27

Huang XF, Luu-The V. Characterization of the oxidative 3al-
pha-hydroxysteroid dehydrogenase activity of human recom-
binant 11-cis-retinol dehydrogenase. Biochim Biophys Acta
2001;1547:351-358

Driessen CA, Janssen BP, Winkens HJ, Kuhlmann LD, Van
Vugt AH, Pinckers AJ, Deutman AF, Janssen JJ. Null muta-
tion in the human 11-cis retinol dehydrogenase gene associ-
ated with fundus albipunctatus. Ophthalmology 2001;108:
1479-1484

Yamamoto H, Simon A, Eriksson U, Harris E, Berson EL,
Dryja TP. Mutations in the gene encoding 11-cis retinol dehy-
drogenase cause delayed dark adaptation and fundus
albipunctatus. Nat Genet 1999;22:188-191

Wu BX, Chen Y, Chen Y, Fan J, Rohrer B, Crouch RK, Ma JX.
Cloning and characterization of a novel all-trans retinol short-
chain dehydrogenase/reductase from the RPE. Invest
Ophthalmol Vis Sci 2002;43:3365-3372

Liden M, Romert A, Tryggvason K, Persson B, Eriksson U.
Biochemical defects in 11-cis-retinol dehydrogenase mutants
associated with fundus albipunctatus. J Biol Chem 2001;276:
49251-49257

Huang XF, Luu-The V. Modulation of the androgenic response
by recombinant human 11-cis retinol dehydrogenase. J Steroid
Biochem Mol Biol 2001;77:129-133

Chen P, Lee TD, Fong HK. Interaction of 11-cis-retinol dehy-
drogenase with the chromophore of retinal g protein-coupled
receptor opsin. J Biol Chem 2001;276:21098-21104
Cideciyan AV, Haeseleer F, Fariss RN, Aleman TS, Jang GF,
Verlinde CL, Marmor MF, Jacobson SG, Palczewski K. Rod
and cone visual cycle consequences of a null mutation in the
11-cis-retinol dehydrogenase gene in man. Vis Neurosci 2000;
17:667-678

Driessen CA, Winkens HJ, Hoffmann K, Kuhlmann LD,
Janssen BP, Van Vugt AH, Van Hooser JP, Wieringa BE,
Deutman AF, Palczewski K, Ruether K, Janssen JJ. Disrup-
tion of the 11-cis-retinol dehydrogenase gene leads to accu-
mulation of cis-retinols and cis-retinyl esters. Mol Cell Biol
2000;20:4275-4287

World Journal of Gastroenterology

(World Journal of Gastroenterology, WJG)

S S

» WIG



PO Box 2345 Beijing 100023, China
Fax: +86-10-85381893
Email: wcjd@wjgnet.com www.wjgnet.com

World Chin J Digestol 2004 February;12(2):291-297
ISSN 1009-3079 CN 14-1260/R
2004

. VIRAL HEPATITIS *

oA 37

302
100039
, 1963-08-17 ,  .1986
, , 1989 ,
, 1994 , 1994-11-17/
1997-12-01
, No. C03011402, No. C30070689, No. C39970674,
No.C30070689, N , No. 98D063,
, No. 98H038, ”
, No. 01Q138, “o , No. 01MB135
:,100039, 100
302 .

. cj@genetherapy.com.cn
: 010-66933391 1 010-63801283
1 2003-07-12 : 2003-08-16

Identification and sequence analysis
of mouse homologous gene coding for
hepatitis C virus non-structural protein
5A-binding protein 37

Jun Cheng, Ke Li, Lin Wang, Yin-Ying Lu, Yan Liu, Yan-Wei Zhong

Jun Cheng, Ke Li, Lin Wang, Yin-Ying Lu, Yan Liu, Yan-Wei Zhong,
Gene Therapy Research Center, Institute of Infectious Diseases, 302
Hospital of PLA, Beijing 100039, China

Supported by National Natural Science Foundation of China No.
C03011402, No. C30070689, and Returned Scholarship of General
Logistics Department of PLA of China.

Correspondence to: Dr. Jun Cheng, Gene Therapy Research Center,
Institute of Infectious Diseases, The 302 Hospital of PLA, 100
Xisihuanzhong Road, Beijing 100039, China. cj@genetherapy.com.cn

Received: 2003-07-12 Accepted: 2003-08-16

Abstract

AIM: To clone murine homologous gene to human NS5ABP37
gene, and to elucidate its biological functions and the pos-
sible effects in the pathogenesis of hepatitis C virus (HCV)
infection.

METHODS: Yeast-two hybrid system was employed to
screen the human liver cDNA library by using non-structural
protein 5A (NS5A) of hepatitis C virus (HCV) as the bait.
According to the homologous role between the species, a
murine NS5ABP37 homologous to human NS5ABP37 was
deduced by bioinformatics methods. The primary sequence
of murine NS5ABP37 was searched for conserved domains
by online tools of GeneBank.

RESULTS: Human NS5ABP37 was screened and cloned from
human liver cDNA library by yeast-two hybrid system 3.
The murine NS5ABP37 was deduced by bioinformatics methods.
The open reading frame (ORF) of murine NS5ABP37 con-

sisted of 1 488 nt encoding a protein of 495 amino acids.
Calculated molecular weight was 54 583.67 dalton and
predicted pl was 4.70. From the homologous protein
search, murine NS5ABP37 was demonstrated homologous
to leukocyte antigen related (LAR) protein precursor. The
sequence of murine NS5ABP37 was deposited into
GenBank, and the accession number was AY234860.

CONCLUSION: Successful identification and cloning of murine
NS5ABP37, which is homologous to LAR protein precursor,
paves a way for elucidating the biological function of mu-
rine NS5ABP37 and pathogenesis of hepatitis C virus
infection.

Cheng J, Li K, Wang L, Lu YY, Liu Y, Zhong YW. Identification and
sequence analysis of mouse homologous gene coding for hepatitis C
virus non-structural protein 5A-binding protein 37. Shijie Huaren Xiaohua
Zazhi 2004;12(2):291-297

: (HCV) 5A(NS5A)
37(NS5ABP37) , NS5ABP37
, HCV NS5A
NS5ABP37
: 3, HCV NS5A
, cDNA , HCV NS5A
(bioinformatics)
NS5ABP37 GenBank
, NS5ABP37
NS5ABP37
NS5ABP37
. NS5ABP37
, NS5ABP37 (ORF) 1488nt,
495 aa 54 583.67 ,
(pl) 4.70. NS5ABP37
(leukocyte antigen related, LAR) (LAR protein
precursor) HCV NS5ABP37
GenBank , AY234860.
N NS5ABP37 ,
, NS5ABP37 ,
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) DNA/RNA
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’ )

[11-15)
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1.1 pGBKT7-BD
. pGBKT7-53
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(K1612-1).
(AH109).
(Y187).

. pPGADT7-AD
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. Y187
pGBKT7-53
DNA-BD/ p53 . pTD1-1
pACT?2 AD/SV40 T
N cDNA (Y187). pACT2

AD/cDNA (PT3183-1). YPDA

. SD/-Trp. SD/-Leu. SD/-Trp/-Leu. SD/-Trp/-
Leu/-His. SD/-Trp/-Leu/-His/-Ade, X-a-

(Gal) Clontech
Sigma c-myc
ATCC 1-9E10.2 , HepG2
(7]
1.2
1.2.1 HCV
NS5A 37(NS5ABP37) [7].
1.2.2 HCV NS5ABP37
, NS5ABP37
[16—23].
2

2.1 HCV NS5ABP37 NS5ABP37

HCV NS5ABP37
, (leukocyte antigen
related, LAR) (LAR protein precursor),
Lar (protein-tyrosine phosphatase
Lar precursor)
(protein-tyrosine-phosphate phosphohydrolase, dLAR)
HCV NS5ABP37

ATG ACG GAA CCC GAG AAT GTC GCC TCA GAG
M T E P E N V A S E
GTG TAC CAT GGG CCT GAG CTG GAG TGC ACG
V Y H G P E L E C T
GTT GGC AAC CTG CTG CCT GGA ACT GTG TAC
V 6 N L L P G T V Y
CGC TTC AGA GTG CGA GCT CTG AAT GAC GGA
R F R V R AL N D G
GGG TAC GGT CCC TAC TCT GAT GTG TCA GAA
G Y G P Y S D V S E
ATC ACC ACT GCC GCA GGG CCC CCT GGG CAG
I T T A A G P P G Q
TGC AGA GCA CCG CGT GTC TCC TTC ACG CCT
C R AP R V S F T P
GAC GGA TGC GTC CTG GTG GGC TGG GAG AGC
D G C V L V G W E S
CCT GCG AGC CCT GGT GCC GAC ATC TCC GAA
P A S P G A D I S E
TAC AGG TTG GAG TGG GGA GAA GAT GAA CAG
Y R L E W G E D E Q
TCC TTA GAA CTC GTT TAT CAT GGT CCA GAC
S L E L VY H G P D
ACC TGC TTT GAG ATG CGA GAT CTG TTG CCT
T ¢ F E M R D L L P
GCT GCA CAG TAT TGC TGC AGA CTA CAG GCC
A A Q Y C CU R L Q A
TTC AAT CCA GCA GGC GCA GGG CCA TAT AGT
F NP A G A G P Y S
GAG CTT GTC CAC TGC CAG ACA CCA GCC TCT
E L V H C Q T P A S
GCC CCC GAC CCT GTC TCC ACT CTG TGT GTC
AP D P V S T L C V
CTG GAG GAG GAG CCC CCC AGT GCC CAC CCA
L E E E P P S A H P
GAC TCA CCC TCT GTG TGC CTT GTA CTG AAC
D S P S V C L V L N
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TGG GAA GAG CCG TGC AAT AAT GGG TCT GAA
w E E P C N N G S E
ATC CTT GCT TAT AAC ATC GAT CTG GGA GAC

Il L A Y N I D L G D
AGC TGC ATT ACT GTG GGC AAC ACT ACC ACA
s ¢ I T Vv G N T T T

CAC GTG ATG AAG AACCTC CTT CCA GAA ACG
H v M K N L L P E T
ACA TAC CGG ATC AGA ATT CAG GCT ATC AAT

T Y R I R I Q A I N
GAA ATT GGA GTT GGA CCA TTT AGT CAG TTC
E I G V G P F S Q F

ATT AAA GCA AAA ACT CGG CCA TTA CCG CCT
| K A K T R P L P P
TCG CCT CCT AGG CTT GAG TGT GCT GCG TCT
s P P R L E C A A S
GGT CCT CAG AGC CTG AAG CTC AAG TGG GGA
G P Q S L K L K W G
GAC AGT AAC TCC AAG ACA CAT GCT GCT GGT
D S N S K T H A A G
GAC ATG GTG TAC ACA CTA CAG CTG GAA GAC
DM VY T L Q L E D
AGG AAC AAG AGG TTT ATC TCA ATC TAC CGA
R N K R F I S I Y R
GGA CCC AGC CAC ACC TAC AAG GTC CAG AGA
G P S HT Y K V Q R
CTG ACA GAG TTT ACC TGC TAC TCC TTC AGG
L T E F T C Y S F R
ATC CAG GCA ATG AGC GAG GCA GGG GAG GGG
Il Q A M S E A G E G
CCT TAC TCA GAA ACC TAC ACC TTC AGC ACA
P Y S E T Y T F s T
ACC AAA AGC GTG CCT CCC ACC CTC AAA GCA
T K S V P P T L K A
CCT CGA GTG ACG CAG TTA GAA GGG AAT TCC
P R V T Q L E G N S
TGT GAA ATC TTC TGG GAG ACG GTA CCA CCG
C E I F W E T V P P
ATG AGA GGC GAC CCT GTG AGC TAC GTT CTA
M R G D P V S Y V L
CAG GTG CTG GTT GGA AGA GAC TCT GAG TAC
Q V. V G R D S E Y
AAG CAG GTG TAC AAG GGA GAA GAA GCC ACA
K Q VY K G E E A T
TTC CAA ATC TCA GGC CTC CAG AGC AAC ACA
F Q I S G L Q S N T
GAT TAC AGG TTC CGC GTG TGT GCC TGC CGC
D YR F R V C A C R

CGC TGT GTG GAC ACG TCT CAG GAG CTC AGT
R ¢C VvV D T S Q E L S
GGC GCG TTC AGC CCC TCT GCG GCT TTC ATG
G A F S P S A A F M
TTA CAA CAG CGT GAG GTT ATG CTT ACA GGG
L Q Q R E V M L T G
GAC CTG GGA GGC ATG GAA GAG GCC AAG ATG
D L G G M E E A K M
AAG GGC ATG ATG CCC ACC GAC GAA CAG TTT
K G M M P T D E Q F
GCT GCA CTC ATC GTG CTT GGC TTC GCG ACC

AA L I V L G F A T
CTGTCCATTTTGTTT GCCTTT ATATTA CAG
L S I L F A F I L Q

TACTTC TTA ATG AAG TAA

Y F L M K *

1 NS5ABP37

22 . HCV NS5ABP37
HCV NS5ABP37(AF543840)
NS5ABP37

, NS5ABP37
90.91%(450/495)(  2).

MTEPENVASEVYHGPELECTVGNLLPGTVYRFRVR
S b T

ALNDGGYGPYSDVSEITTAAGPPGQCRAPRVSFTP

DGCVLVGWESPASPGADISEYRLEWGEDEQSLELV
----------- D-S--=—--————m—————E-——n]

YHGPDTCFEMRDLLPAAQYCCRLQAFNPAGAGPYS
_____ = S

ELVHCQTPASAPDPVSTLCVLEEEPPSAHPDSPSV
mm LD-Y----A

CLVLNWEEPCNNGSEILAYNIDLGDSCITVGNTTT

RPLPPSPPRLECAASGPQSLKLKWGDSNSKTHAAG
----- I Y

DMVYTLQLEDRNKRFISIYRGPSHTYKVQRLTEFT
S

CYSFRIQAMSEAGEGPYSETYTFSTTKSVPPTLKA
S - Fommmmmmmmmm - I--

PRVTQLEGNSCEIFWETVPPMRGDPVSYVLQVLVG
" \ [ [
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RDSEYKQVYKGEEATFQISGLQSNTDYRFRVCACR 2.3 HCV NS5ABP37
- T-mmmmm - NS5ABP37

RCVDTSQELSGAFSPSAAFMLQQREVMLTGDLGGM 3 (fibronectin
. V-R-E------ MG - -

EEAKMKGMMPTDEQFAALIVLGFATLSILFAFILQ

type 3 domain, Fn-I1I1), Fn-IlI

(Fn) 3 2%
DD-K-§-------mmmmmm oo oo oo oo oo Fn-111 ,
YFLMK
2 HCV NS5A 37 Fn-111 ( 3)
1 50 100 150 200 250 300 350 400 450 495
| | | | | | | | | | |
[ ]
5 N3 FN3 O FN3 DI FN3 D FN3
CD-Length =93 residues, 100.0% aligned
Score = 56.9 bits (136), Expect = 5e-09
NS5ABP37: 58 PGQCRAPRVSFTPDGCVLVGWESPASPGADISEYRLEW---GEDEQSLELVYHGPDTCFE 114
Fn-111: 1 PSPPTNLRVTDVTSTSVTLSWTPPEDDGGPITGYVVEYREKGSGDWKEVEVTPGSETSYT 60
NS5ABP37: 115 MRDLLPAAQYCCRLQAFNPAGAGPYSELVHCQT 147
Fn-111: 61 LTGLKPGTEYEFRVRAVNGGGESPPSESVTVTT 93
CD-Length = 93 residues, 100.0% aligned
Score = 52.2 bits (124), Expect = 1e-07
NS5ABP37: 152 PDPVSTLCVLEEEPPSAHPDSPSVCLVLNWEEPCNNGSEILAYNIDLGDSC-------- I 203
Fn-111; 1 PSPPTNLRVTDVTSTS--------- VTLSWTPPEDDGGPITGYVVEYREKGSGDWKEVEV 51
NS5ABP37: 204 TVGNTTTHVMKNLLPETTYRIRIQAINEIGVGPFSQFIKAKT 245
Fn-111; 52 TPGSETSYTLTGLKPGTEYEFRVRAVNGGGESPPSESVTVTT 93
CD-Length = 93 residues, 100.0% aligned
Score = 49.5 bits (117), Expect = 8e-07
NS5ABP37: 249 PPSPPRLECAASGPQSLKLKWGDSNSKTHAAGDMVYTLQLEDRNK---RFISIYRGPSHT 305
Fn-I11: 1 PSPPTNLRVTDVTSTSVTLSW--TPPEDDGGPITGYVVEYREKGSGDWKEVEVTPGSETS 58
NS5ABP37: 306 YKVQRLTEFTCYSFRIQAMSEAGEGPYSETYTFST 340
Fn-I11: 59 YTLTGLKPGTEYEFRVRAVNGGGESPPSESVTVTT 93
CD-Length = 93 residues, only 47.3% aligned
Score = 48.4 bits (114), Expect = 2e-06
NS5ABP37: 10 EVYHGPELECTVGNLLPGTVYRFRVRALNDGGYGPYSDVSEITT 53
Fn-I11. 50 EVTPGSETSYTLTGLKPGTEYEFRVRAVNGGGESPPSESVTVTT 93
CD-Length = 93 residues, 81.7% aligned
Score = 45.7 bits (107), Expect = 1le-05
NS5ABP37: 345 PPTLKAPRVTQLEGNSCEIFWETVPPMRGDPVSYVLQVLVGRDSEYKQVYK--GEEATFQ 402
Fn-I11: 1 PSPPTNLRVTDVTSTSVTLSWTPPEDDGGPITGYVVEYREKGSGDWKEVEVTPGSETSYT 60
NS5ABP37: 403 ISGLQSNTDYRFRVCA 418
Fn-IlI: 61 LTGLKPGTEYEFRVRA 76
CD-Length = 83 residues, 84.3% aligned
Score = 50.9 bits (121), Expect = 3e-07
NS5ABP37: 177 LVLNWEEPCNNGSEILAYNIDLGD-------- SCITVGNTTTHVMKNLLPETTYRIRIQA 228
Fn-I11: 14 LTLSWSPPPDGNGPITGYEVEYQPKNSGEEWNEITVPGTTTSYTLTGLKPGTEYEVRVQA 73
NS5ABP37: 229 INEIGVGPFS 238

Fn-111:

74 VNGGGNGPPS 83
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NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

NS5ABP37:
Fn-111:

CD-Length = 83 residues, 98.8% aligned
Score = 44.7 bits (105), Expect = 2e-05
62 RAPRVSFTPDGCVLVGWESPASPGADISEYRLEW---GEDEQSLELVYHGPDTCFEMRDL 118
2 TNLTVTDVTSTSLTLSWSPPPDGNGPITGYEVEYQPKNSGEEWNEITVPGTTTSYTLTGL 61
119 LPAAQYCCRLQAFNPAGAGPYS 140
62 KPGTEYEVRVQAVNGGGNGPPS 83
CD-Length = 83 residues, only 39.8% aligned
Score = 41.6 bits (97), Expect = 2e-04
14 GPELECTVGNLLPGTVYRFRVRALNDGGYGPYS 46
51 GTTTSYTLTGLKPGTEYEVRVQAVNGGGNGPPS 83
CD-Length = 83 residues, 84.3% aligned
Score = 41.2 bits (96), Expect = 2e-04
351 PRVTQLEGNSCEIFWETVPPMRGDPVSYVLQVLVGRDSEYKQVY--KGEEATFQISGLQS 408
4 LTVTDVTSTSLTLSWSPPPDGNGPITGYEVEYQPKNSGEEWNEITVPGTTTSYTLTGLKP 63
409 NTDYRFRVCA 418
64 GTEYEVRVQA 73
CD-Length = 83 residues, 100.0% aligned
Score = 37.8 bits (87), Expect = 0.003
252 PPRLECAASGPQSLKLKWGDSNSKTHAAGDMVYTLQLEDRNKRFISIYR---GPSHTYKV 308
1 PTNLTVTDVTSTSLTLSW--SPPPDGNGPITGYEVEYQPKNSGEEWNEITVPGTTTSYTL 58
309 QRLTEFTCYSFRIQAMSEAGEGPYS 333
59 TGLKPGTEYEVRVQAVNGGGNGPPS 83
CD-Length = 83 residues, 100.0% aligned
Score = 43.0 bits (100), Expect = 8e-05
58 PGQCRAPRVSFTPDGCVLVGWESPASPGAD-ISEYRLEWGEDEQSLELVYHGP--DTCFE 114
1 PSPPSNLRVTDVTSTSVTLSWKPPPDDIGGYIVGYRVEYREEGSEWKEVNVTPSSTTSYT 60
115 MRDLLPAAQYCCRLQAFNPAGAG 137
61 LTGLKPGTEYEFRVRAVNGAGEG 83
CD-Length = 83 residues, 100.0% aligned
Score = 42.6 bits (99), Expect = 1e-04
152 PDPVSTLCVLEEEPPSAHPDSPSVCLVLNWEEP-CNNGSEILAYNIDLGDSC------- I 203
1 PSPPSNLRVTDVTSTSVT--------- LSWKPPPDDIGGYIVGYRVEYREEGSEWKEVNV 51
204 TVGNTTTHVMKNLLPETTYRIRIQAINEIGVG 235
52 TPSSTTSYTLTGLKPGTEYEFRVRAVNGAGEG 83
CD-Length = 83 residues, 100.0% aligned
Score = 41.4 bits (96), Expect = 2e-04
249 PPSPPRLECAASGPQSLKLKWGDSNSKTHAAGDMVYTLQLEDRNKRFISIYRGPS--HTY 306
1 PSPPSNLRVTDVTSTSVTLSW-KPPPDDIGGYIVGYRVEYREEGSEWKEVNVTPSSTTSY 59
307 KVQRLTEFTCYSFRIQAMSEAGEG 330
60 TLTGLKPGTEYEFRVRAVNGAGEG 83
CD-Length = 83 residues, 91.6% aligned
Score = 40.3 bits (93), Expect = 5e-04
345 PPTLKAPRVTQLEGNSCEIFWETVPPMRGDPVSYVLQVLVGRDSEYKQVYK--GEEATFQ 402
1 PSPPSNLRVTDVTSTSVTLSWKPPPDDIGGYIVGYRVEYREEGSEWKEVNVTPSSTTSYT 60
403 ISGLQSNTDYRFRVCA 418
61 LTGLKPGTEYEFRVRA 76
CD-Length = 83 residues, only 34.9% aligned
Score = 39.1 bits (90), Expect =0.001
15 PELECTVGNLLPGTVYRFRVRALNDGGYG 43
55 STTSYTLTGLKPGTEYEFRVRAVNGAGEG 83

3 NS5ABP37
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RESULTS: Fifty-seven HBsAg positive pregnant women ’ HBe Ag HBV

were reconfirmed as HBsAg positive. Fifteen of them were
detected as HBeAg positive. Eleven of 16 neonates born to
15 HBeAg positive mother were detected as HBe Ag positive.
Three neonates diagnosed as HBsAg positive by ELISA or 1

Abbott reagents were detected as HBeAg positive. Statistic 1.1 2002-10/2003-10
analysis indicated that HBeAg in newborns was an important HBs A
risk factor. SAY ’
. 24 h .
CONCLUSION: HBeAg in neonates played an important role 1 500 r/min
during HBV vertical transmission. . '
, =20 °C . HBs Ag. HBe Ag
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40 2471 0.041 0.413 0.603 HBY HBC
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Abstract

AIM: To clone and identify human genes transactivated by
TAHCCP2 by constructing a cDNA subtractive library with
suppression subtractive hybridization technique.

METHODS: Suppression subtractive hybridization (SSH)
and bioinformatics techniques were used for screening and
cloning of the target genes transactivated by TAHCCP2
protein. The mRNA was isolated from HepG2 cells trans-
fected with pcDNA3.1(-)-TAHCCP2 and pcDNA3.1(-) empty
vector, respectively, and SSH method was employed to
analyze the differentially expressed DNA sequence between
the two groups. After restriction enzyme Rsa | digestion,
small sizes cDNAs were obtained. Then tester cDNA was
divided into two groups and ligated to the specific adaptor 1
and adaptor 2, respectively. After tester cDNA was hybridized
with driver cDNA twice and underwent two times of nested
PCR and then was subcloned into T/A plasmid vectors to set
up the subtractive library. Amplification of the library was
carried out with E. coli strain JM109. The cDNA was sequenced
and analyzed in GenBank with Blast search after PCR.

RESULTS: The subtractive library of genes transactivated
by TAHCCP2 was constructed successfully. The amplified
library contained 70 positive clones. Colony PCR showed
that these clones contained 200-1 000 bp inserts. Sequence
analysis was performed in 32 clones, and the full length
sequences were obtained with bioinformatics method. Alto-
gether 15 coding sequences were achieved.

CONCLUSION: The obtained sequences may be target
genes transactivated by TAHCCP2 among which some
genes coding proteins involve in cell cycle regulation,
metabolism, immunity and cell apoptosis. Advanced ex-
periments need to be done to prove this finding.

Wang JJ, Liu Y, Cheng J, Yang Q, Ji D, Dang XY, Xu ZQ, Wang CH.
Screening and cloning of the target genes transactivated by TAHCCP2
using suppression subtractive hybridization technique. Shijie Huaren
Xiaohua Zazhi 2004;12(2):302-305
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Abstract

AIM: NS5ATP3 obtained from suppression subtractive hy-
bridization screeening is a novel gene transactivated by
nonstructural protein 5A (NS5A) of hepatitis C virus (HCV),
which possesses unknown function. To study the difference
in gene expression in human hepatoblastoma cell line HepG2
cells transfected with NS5ATP3-expressing plasmid and fur-
ther elucidate its potential molecular biological function,
we compared the differentially expressed genes between
the HepG2 transfected by pcDNA3.1(-)-NS5ATP3 and
pcDNA3.1(-), respectively by cDNA microarray technique.

METHODS: Sequence specific primers were designed and
synthesized and the NS5ATP3 DNA fragment was amplified
with polymerase chain reaction (PCR) technique. The ex-
pressive vector of pcDNA3.1(-)-NS5ATP3 was constructed
by routine molecular biological methods. cDNA microarray
technology was employed to detect the mRNA from the
HepG2 cells transfected with pcDNA3.1(-)-NS5ATP3 and
pcDNA3.1(-), respectively using lipofectamine.

RESULTS: The expressive vector has been constructed and

confirmed by restriction enzyme digestion and DNA sequenc-
ing analysis. High quality mRNA and cDNA were prepared
and successful microarray screening was conducted. The
scanning results indicated that among 1 152 genes which
were gotten from gene expression profile analysis, there
were 21 differences in which 6 genes were up-regulated
and 18 genes were down-regulated in NS5ATP3-expressing
HepG2 cells. These genes differentially regulated by
NS5ATP3 included human genes encoding proteins involved
in cell signal transduction, cell apoptosis, cell proliferation
and differentiation.

CONCLUSION: cDNA microarray technology is successfully
used to screen the genes differentially expressed in
NS5ATP3-expressing HepG2 cells, which brings some new
clues for studying the potential molecular mechanism of
NS5ATP3 protein.

Liu Y, Yang Q, Cheng J, Wang JJ, Ji D, Dang XY, Wang CH. Screening
of genes differentially expressed in HepG2 cells transfected with gene
3 transactivated by hepatitis C virus nonstructural protein 5A (NS5ATP3)
using cDNA microarray. Shijie Huaren Xiaohua Zazhi 2004;12(2):306-310
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Abstract

AIM: To study the molecular mechanism of NS5A-TP4 in
the up- and down-regulated genes of hepatocyte by cDNA
microarray assay.

METHODS: HepG2 cells were transfected by recombined
expression plasmid pcDNA3.1(-)-NS5A-TP4. Total RNA was
isolated from the transfected HepG2 cells with pcDNA3.1
(-) and pcDNA3.1(-)-NS5A-TP4, respectively. cDNA was
prepared by reverse transcription. cDNA microarray was
conducted for screening of up- and down-regulated genes
of both HepG2 cells.

RESULTS: After screening with cDNA microarray, we found
that 12 genes were up-regulated, and 6 genes down-
regulated. Some of them were involved in cell signal
transduction, cell proliferation, and carcinogenesis.

CONCLUSION: cDNA microarray is an important choice for
the analysis of target genes of NS5ATP4 transactivation.
The obtained sequences bring some new clues for studying the

biological functions of NS5ATP4 and infection mechanism of HCV.

Yang Q, Cheng J, Liu Y, Wang JJ, Hong Y, Zhang SL. Screening and
identification of genes transactivated by NS5A-TP4 protein by cDNA
microarray assay. Shijie Huaren Xiaohua Zazhi 2004;12(2):311-314
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Abstract

AIM: To obtain large amount of HCV E2 protein, and to
understand the function of the protein and to prepare the
antibody against this protein.

METHODS: A 831bp of E2 gene fragment was amplified
by PCR method from HCV genome and cloned into pET32a
(+) vector, an E.coli expression vector, to construct a re-
combinant plasmid peET32a-HCVE2.The plasmid was trans-
formed into E.coli BL-21 (DE3) to express E2 protein with
IPTG induced. The protein E2 fused with HIS tag was pu-
rification by Ni-NTA resin column. The protein E2 fused
with His tag was detected by SDS-PAGE electrophoresis
and Western blot.

RESULTS: A novel protein with molecular weight of M , 55 000
was expressed upon induction with IPTG in E.coli. The
expressed product showed good reactivity to anti-His tag
antibody and the HCV positive serum.

CONCLUSION: Cloning of HCV E2 gene and the expression
and purification of envelope glycoprotein E2 lay a foundation
of further study on HCV E2 protein and the receptors of

hepatitis virus C.

Du DW, Jia ZS, Qin HY, Liu QP, Zhou YX, Han H. Cloning of HCV E2
gene and expression and purification of HCV envelope glycoprotein
E2. Shijie Huaren Xiaohua Zazhi 2004;12(2):315-318
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Abstract

AIM: To study of genes trans-regulated by human gene 7
transactivated by nonstructural protein 5A of hepatitis C
virus (NS5ATP7) by cDNA microarray assay.

METHODS: The recombinant expression plasmid pcDNA
3.1(-)-NS5ATP7 was constructed, and HepG2 cells were
transfected. Total mRNA was isolated from the HepG2 cells
transfected with pcDNA3.1(-) and pcDNA3-NS5ATP7,
respectively. Microarray was conducted for screening of
up- and down-regulated genes of both HepG2 cells.

RESULTS: After transfecting HepG2 cells, we found 4 genes
were up-regulated, and 8 genes down-regulated.

CONCLUSION: cDNA microarray is successfully used to
screen the genes trans-regulated by NS5ATP7, which
brings some new clues for studying the trans-regulated
and immune regulation mechanism of NS5ATP7.

Zhang J, Liu Y, Cheng J, Wang L, Shao Q, Liang YD, Li Q, Liu M.
Screening and identification of human genes transactivated by
NS5ATP7 by cDNA microarray assay. Shijie Huaren Xiaohua Zazhi 2004;
12(2):319-322
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Abstract

AIM: To screen the genes trans-regulated by NS5ATP9
with cDNA microarray assay.

METHODS: The recombined expressive plasmid pcDNA
3.1(-)-NS5ATP9 was constructed, and HepG2 cells were
transfected. Total mRNA was isolated from the HepG2 cells
transfected with pcDNA3.1(-) and pcDNA3.1(-)-NS5ATP9,
respectively. cDNA microarray was employed for detecting
and analyzing of mMRNA from both HepG2 cells transfected.

RESULTS: From the microarray assay, 3 genes were found
up-regulated, and 13 genes down-regulated. Their encoding
proteins were involved in cell signal transduction, cell
proliferation, cell apoptosis and differentiation.

CONCLUSION: cDNA microarray technology is successfully
used to screen diversity genes expressed by NS5ATP9 in
HepG2 cells, which brings some new clues for the study of
the function of NS5ATP9.

Li Q, Liang YD, Cheng J, Wang L, Wang JJ, Zhang J, Liu Y, Cheng ML.
Screening of genes trans-regulated by NS5ATP9 with cDNA microarray
assay. Shijie Huaren Xiaohua Zazhi 2004;12(2):323-326
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Abstract

AIM: To clone and identify human genes transactivated by
hepatitis B and C viral proteins via construction of a cDNA
subtractive library with suppression subtractive hybridization
(SSH) technique and cDNA microarray techniques.

METHODS: Suppression subtractive hybridization (SSH)
and cDNA microarray techniques were used for screening
and cloning of the target genes transactivated by hepatitis
B and C viral proteins. The mRNA was isolated from HepG2
cells transfected recombinant vector expressing hepatitis
B and C viral proteins and pcDNA3.1(-) empty vector,
respectively. SSH and cDNA microarray were employed to
analyze the differentially expressed DNA sequence between
the two groups. In SSH assay, after restriction enzyme
Rsa | digestion, small sizes of cDNAs were obtained. Then

tester cDNA was divided into two groups and ligated to
the specific adaptor 1 and adaptor 2, respectively. After
tester cDNA was hybridized with driver cDNA twice and
underwent two times of nested PCR and then was
subcloned into T/A plasmid vectors to set up the subtractive
library. Amplification of the library was carried out with E.
coli strain JM109. The cDNA was sequenced and analyzed
in GenBank with Blast search after PCR.

RESULTS: The subtractive library of genes transactivated
by hepatitis B and C viral proteins was constructed
successfully. The up-regulated and down-regulated genes
from cDNA microarray assay was conducted for each of
the hepatitis B and C viral proteins. The results were
compared.

CONCLUSION: The obtained sequences may be target
genes transactivated by hepatitis B and C viral proteins,
among which some genes coding proteins involve cell cycle
regulation, signal transduction, tumor immunity and
development, and apoptosis.

Cheng J, Liu Y, Hong Y, Wang JJ, Yang Q, Wang L. Comparisons of
differentially expressed genes transactivated by hepatitis B and C viral
proteins using suppression subtractive hybridization and cDNA microarray
techniques. Shijie Huaren Xiaohua Zazhi 2004;12(2):327-331
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Abstract

AlIM: To determine the genotypes of hepatitis B virus (HBV)
in Hunan Province of China by nested PCR with multiplex
pairs of genotype-specific primers.

METHODS: Ten outer and inner primers were designed
on the basis of the conserved nature of nuleotide sequences
in regions of the Pre-S1 through S genes, in which 8 inner
primers were devided into mix A and B to amplify HBV of
genotype A, B, C and D, E, F respectively. The two different
products from one sample in second-round PCR were sepa-
rately electrophoresed on a 3% agarose gel. Genotypes of
HBV were determined directly by the size of PCR products.
To test its reliability and veracity, we compared new nested
PCR with popular PCR-RFLP, followed by repeated
experiments. This nested PCR was also used in the
genotyping of HBVs in 220 Hunan patients with chronic
hepatitis B to know the distribution of HBV genotype in
Hunan Province of China.

RESULTS: The results showed complete concordence between
the two assays and 100% recurrence in the repeated
experiments. Of the 220 Hunan patients, 190 (86.4%) were
genotype B and 30 (13.6%) were genotype C.

CONCLUSION: This new nested PCR can help to deter-
mine HBV genotypes clearly and directly with reliable and
accurate results. With the application of this new method,
the predominant HBV genotypes in Hunan are confirmed
to be genotypes B and C.

Wen ZL, Tan DM. Detection for genotypes of hepatitis B virus in Hunan
Province of China by nested PCR with multiplex pairs of primers. Shijie
Huaren Xiaohua Zazhi 2004;12(2):332-335
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Abstract

AIM: To construct an adenovirus expressing vector of sense
and antisense human heparanase gene.

METHODS: The human heparanase cDNA fragment con-
tained in the pcDNA3-hpa vector was cloned into the ad-
enovirus expressing vector pDC315 in cis-direction or trans-
direction using DNA recombinant technology. The recom-
binant vectors were identified by digestion of BamH I. The
sense recombinant vector was further identified by DNA
sequencing.

RESULTS: After digested by BamH I, two fragments which
lengthened 4.3 and 1.4 kb were formed in sense recombinant
vector (pDC315-sHpa), while two fragments which lengthened
5.1 kb and 0.4 kb were formed in antisense vector (pDC315-
aHpa). Electrophoresis results were completely coincident
with theoretical calculation. pDC315-sHpa DNA sequence
was identical to the heparanase sequence published in
the Gene Bank.

CONCLUSION: The sense and antisense human heparanase
adenovirus expressing vectors are successfully constructed.

Cai YG, Fang DC, Yang SM, Luo YH, Yang MH, Wang DX. Construction
and identification of sense and antisense human heparanase adenovirus
expression vector. Shijie Huaren Xiaohua Zazhi 2004;12(2):336-338

. 2004;12(2):336-338
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Abstract

AIM: To describe liver specific gene expression profiles
and to identify genes with differential expression between
liver cirrhotic tissues and normal liver tissues.

METHODS: The cDNA probes which were labeled with a-
32p dATP were synthesized from total RNAs of liver cirrho-
sis and normal liver tissues and hybridized to two identical
Atlas human cDNA expression arrays membranes containing
588 known genes respectively.

RESULTS: Autoradiographic results were analyzed by spe-
cific Atlasimage™ (versionl1.0la) software. Among the 588
genes analyzed, 17 genes were found up-regulated in
cirrhosis, including integrin beta 7 and collagen type XVIII,
and 98 genes were down-regulated in cirrhosis, including
TFDP2, BAK and ABL. Expression of the genes was associated
with the regulation of cell proliferation, apoptosis, differen-
tiation, cell-cell interaction, invasion regulators and cytokines
altered.

CONCLUSION: The results obtained from Atlas microarray
provide a comprehensive liver cirrhosis specific expression

profile. These results may be helpful for identification of tar-
get genes for diagnosis and designing rational therapeutic
strategies.

Liu LX, Chen ZH, Wu LF, Li HW, Liu ZH, Jiang HC, Wang XQ, Wu M.
Gene expression profiles in liver cirrhosis and normal liver tissues. Shijie
Huaren Xiaohua Zazhi 2004;12(2):339-343
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Abstract

AlIM: To study the effects of oncogenes on differentiation
and transformation of oval cells by detecting and charac-
terizing the expression of AFP and Ha-ras, c-myc genes of
rat oval cells in vitro.

METHODS: Proliferation of rat oval cells was induced by
chemical carcinogen, 3”-Me-DAB. By using Percoll density
gradient centrifugation method, oval cells were isolated,
followed by continous cultivation in vitro. The expression
of Ha-ras and c-myc genes and AFP in the oval cells from
cultures was dynamically observed by RNA-DNA slot blot
hybridization and flow cytometry.

RESULTS: The expression of AFP and Ha-ras, c-myc genes
in the cultured oval cells from different phases was
synchronous: At the beginning of oval cell cultivation in
vitro, both of AFP and oncogenes displayed a higher level
expression and then declined. Up to 20" passage, the ex-
pression of AFP and oncogenes went up again and then
kept a lower level. To 65" passage, the oval cells not only
presented a growth rate increased, population doubling time
shortened, adiploid chromosomes and growing on soft agar,
but also the expression of oncogenes and AFP went up again.

CONCLUSION: Oncogenes and their products participate
not only in the regulation of cellular transformation, but
also in the process of cell differentiation.

Liao B, Xue L, He P, Zhao GQ, Che LH. Effect of oncogenes on differ-
entiation and transformation of rat oval cells. Shijie Huaren Xiaochua
Zazhi 2004;12(2):344-346
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Abstract

AIM: To investigate the effect of Kangxian ruangan keli
(KXR) on the expression of MEK-1 and c-fos in hepatic
stellate cell (HSC) indused by PDGF.

METHODS: In a serum-free culture system, HSC was
treated with a KXR preparation for 24 hours, followed by
stimulation with PDGF-BB for 24 hours. Then the cells were
incubated again in the medium containing KXR for 3 hours
stimulated with PDGF-BB for 5 minutes, and collected. The
proliferation of HSC was examined using an MTT assay.
MEK-1 was detected with Western blotting and visualized by
the enhenced chemiluminescent (ECL) method. The expres-
sion of c-fos mMRNA was analyzed with in situ hybridization.

RESULTS: The A values for the HSC growing in the media
without and with addition of PDGF were 0.170+0.060 and
0.820+0.050, respectively. The PDGF-induced increase was
hindered remarkably by KXR preparation in a dose-depen-
dent manner. Reaction values for the systems with 5 g/L
and 1.25 g/L of KXR were 0.280+0.030 and 0.430+0.040

respectively, lower significantly than that in the culture
free of KXR (0.820+0.050, P <0.01). In addition, values
for MEK-1 in HSC treated with 5 mg/mL and 1.25 mg/mL
of KXR were 0.143+0.013, and 0.170+0.007, respectively,
being lower than that in the cells treated only with PDGF-
BB (0.186+0.010, P <0.01). The expression level of c-fos
mRNA was 0.152+0.010 and 0.163+0.005, respectively, also
lower than that of the PDGF group (0.183+0.014, P <0.01).

CONCLUSION: Within the dose range used in the present
study, KXR preparation shows an inhibitory effect on HSC
proliferation induced by PDGF. The mechanism of this pro-
cess may involve interference with Ras-MEK-MAPK singal
transduction mediated by PDGF.

Yang L, Zhu QJ, Da BH, Zhang CZ. Chinese herbs Kangxian ruangan
keli inhibits expression of MEK-1 and c-fos in hepatic stellate cell indused
by PDGF. Shijie Huaren Xiaohua Zazhi 2004;12(2):347-350
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0.04, PDGF (0.82 + 0.05) P <0.01; PDGF
MEK-1 c-fos mMRNA
5¢/L. 1.25¢g/L MEK-1
0.143 + 0.013, 0.169 + 0.007, PDGF (0.186 +
0.010) (P <0.01); c-fos mMRNA
0.152 + 0.010. 0.163 + 0.005, PDGF (0.183 =
0.014) (P <0.01).
, PDGF

HSC , Ras-MEK-MAPK

, , , PDGF
MEK-1 c-fos 2004;12(2):347-350
http://lwww.wjgnet.com/1009-3079/12/347.asp
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0 ECL , X , HPIAS-
( . 1000 .
. ) , c-fos mRNA c-
(hepatic stellate cells, HSC) fos . 40 g/L
, 5 ml/L H,0,/ , K
[1-6] ; 20 ul )
(platelet-derived growth factor, PDGF) 377C, ; -
HSC , PDGF-BBI-®, Ras- DAB , ;
MEK-MAPK PDGF , ;
1) HPI1AS-1000
, ( A )-
, meanxSD , t ,
) CCl, P <0.05
, HSC [10-15]
Ras-MEK-MAPK 2
2.1 PDGF HSC-T6
1 PDGF
1.1 (HSC-T) Y , PDGF
, HSC. (P <0.01, 1)
, ) \2 9/, DMI,EM . 0.45um 1 PDGF HSC-T6 (mean+SD)
. DMEM . (fetal calf
serum, FCS)  GIBCO ,PDGF-BB  Sigma ot) A )
, MEK-1 Santa Cruz . c-fos 0.470 = 0.060 )
PDGF 0.820 + 0.050  0.000
EcL Pierce ’ +PDGF  5.00 0.280 + 0.030°  65.900
19 HSC-T6 , 1.25 0430 + 0.040°  47.600
100 ml/L , 1 x 10°U/L , 100 mg/L % <0.01 vs PDGF.
, 10 g/L 0.1 mmol/ L HEPES
DMEM 50 miiL. €O 87 C 22 PDGF HSC-T6  MEK-1
HSC 24h -, HSC  PDGF MEK-1
( 59, 125912 ) , PDGF  0.186 + 0.010 ( 1,
24h ., PDGF(10pg/L), 24 h : 0.122 + 0.008, P <0.0L;
’ 3h PDGF MEK-1 ,5gll 1.25gL
10 pg/L, 5 min MEK-1 0.143 + 0013, 0.169 = 0.007,
PDGF 4 , 5 /L
HSC-T6 MTT
1 x 10° cells/L 96 ,
, 2min A B C D
570 nm A
Westernblot ~ MEK-1 5 gllL ; c 195 giL MEKR . D: POGE 10 oo/l .
PBS 2 [50 mmol/L
Tris. CL, pH8.0, 150 mmol/L NaCl, 0.2 g/L , 2.3 PDGF HSC-T6 c—fos
1 g/L SDS, 100 mg/L , 1 mg/L Aprotinin, PDGF ,
10 g/L Nonidet P-40, 5g/L 1, 20 min, MEK-1 c-
4 °C, 12 000 g, 2 min, 70 g/L SDS-PAG, fos , (0.130 + 0.010,
6 ng , 2A) , PDGF c-fos MRNA (0.183 =
, MEK-1mAb 1 : 400 , 1:2000 , 0.014, 2B, P <0.01),
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c-fos MRNA , 5g/L 1.25¢g/L c-fos MRNA Hsc &
0.152 + 0.010. 2D, 0.163 + 0.005, (PCNA) (20-21] -
2C, PDGF , P<0.01. 22,
, CCl,
, HSC .
PDGF 1 Hsc
’ : a-SMA.
. [4, 24, 35].
[9, 24—29].
s PDGF HSC
A PDGF
- ’
%628 MEK-1 MAP Kinases
-, ﬁ , MAPK , c-jun, c-fos, c-myc
S6 (RSK) ,
| *
. ‘ mRNA , GO G1 B3
‘ HSC , MAPK PDGF c-fos
. PDGF
B
. arb2 mSos s Ras,
Raf-1. MEK ERK ,
. MAPK , PDGF
HSC [28, 33].
Westernblotting ,
PDGF HSC Ras-MEK-1-MAPK
, HSC MEK-1 , PDGF
, 5mg
1.25mg ,
= ,
, 95%
MEK-1
c-fos s PDGF
- c-fos mMRNA s
c-fos . c-fos PDGF
, HSC ,
D
( MEK-1) ,
2 c-fos mRNA x 400. A: ’ ’
; B: PDGF

; D: PDGF+KXR 5 mg/mL

HSC

; C:PDGF+KXR 1.25 mg/mL

[16-17]

1 Friedman SL. Cytokines and fibrogenesis. Semin Liver Dis 1999;
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2 , . . 2000;
8:687-689
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Abstract

AIM: To investigate the expression of heme oxygenase
(HO) in the small intestine in cirrhotic rats and control rats.

METHODS: The expression of heme oxygenase isoenzyme
1 and 2 (HO-1,HO-2) proteins in the small intestine was
assessed by immunohistochemistry. The change of expres-
sion of HO was studied by computer image system and
quantitative analysis.

RESULTS: The portal venous pressure (PVP) of cirrhotic
rats was significantly higher than that of controls (2.60910.
144 versus 0.91620.034, ¢ =39.37, P <0.01), whereas the
mean arterial pressure (MAP) was significantly lower than
that of controls (13.411+1.208 versus 17.4231£1.472, t=7.297,
P <0.05). It was found that HO-1 positive staining localized
in submucosal small artery and small vein, the layer of
muscle, serosa, even in submucosal gland of cirrhotic rats,
but only poor positive staining in those of normal controls
(0.4 813+0.1 223 versus 0.3 762+ 0.0 689, £=19.022, £<0.01).
In both groups, HO-2 was observed in submucosal blood
vessel and gland, the layer of muscle, serosa. In cirrhotic
rats, HO-2 staining did not display any notable changes
compared with that of in control rats (0.4 834+0.0 997 versus
0.4 813+0.1 056, £=0.595, P >0.05). In addition, the ex-
pression levels of heme oxygenase were correlated posi-
tively with portal venous pression (7 =0.655, £<0.05) and nega-
tively with the mean arterial pressure (- =-0.852, P<0.01).

CONCLUSION: The expression of HO-1 is elevated in the
small intestine of cirrhotic rats. It may play an important
role in the development of portal hypertension enteropathy.

Tian DA, Zhou XL. Heme oxygenase expression in small intestine of
experimental hepatic cirrhosis rats. Shijie Huaren Xiaohua Zazhi 2004;
12(2):351-354
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B8V MR M F H AR RB/NAAR P FIX.

% i KR DU S BRATEE (LAY, SR A Sk Afbikie
SRIMAT 4 ARG FAEE HO-1, HO-2 TERFRE{L LI 5
IEE XA AR/ MHHS PR FRE R ERIR SRR
GRS R TE RS

LESR: FTREb SEIR AR RR B9 IR 148 IR N B i 3
H(2.609 + 0.144 % 0916 + 0.034, r=39.37, P<0.01),
P2k FE R R F IEE X R4 (13.411 + 1.208 &
17.423 + 1.472, £=7.297, P<0.05). FFELLI4H KR
NGFE T 20Nk R /ANERK . 2. B2, 2
FBRIA I HO- 100 TR HaR , T IEH X R4 P B Fak
:95(0.4 813 + 0.1 223 % 0.3 762 + 0.0 689, r=19.022,
P<0.01). HO-27EFILE KB/ MARR P ZRTEFIHHFR X
(04834 + 00997 }2 04813 + 0.1056, £=0.595, P>0.05).
FEH, LR/ NFHO-1 ik 51 18 IKE D RIE
K, W-SSNEBIPKE S fkExk.

&0 Ik K B/MEAR H HO-1 RIS, TTRES
5T b TS R 2 A

BRZ, BFR. M S CAR) B ZSSIRA. HREA MY
Z¥i6 2004:12(2):351-354
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FTEE4b i TR Bk R, PIRRML R 3h 12k 4 TR B /Y
Ak, BANHBERDTEM, CHOmER M, SHE
AT T M. BB R TRk R A
BAYERRRIEEL, BEA TR AE B K D
MLEIRE , (EAFEEAL ) BBk RS /MR FR A B U Y
RANUE M AT 2 EE. MRS heme oxygenase,
HOYR & N I E—E ALk (endogenous carbon monoxide,
CO)R LA M AR B , HO/CO R4 E AL M ATHY—I0
WraT . FRA I SR AL RS AT A AL K B/ M A
HAp e A S BFWES HO-1, HO-2 &RE, HiT
HO/CO RS TEAFIEAL/ Mz R R .
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1 HRAGE
1.1 ## $iHO-1 MHO-2 L R EH BTk T X E
Santa Cruz E W HAR AT, Gt S BEiricH)
HEEENARCPRARANEW TP LAF, &
5% DAB A &AL A Al
1.2 ik HEREEHRRAE & SD KM, AT R(250 + 25 g)
(PR K ¥ FFE¥BE LR Y .04, B
BLAE R FFREAL SCaG 20 M 1F % % BB 40, IR Ab SE 320 K IR
#F 500 mVL UL ml/g) B FUEST, 2K iwk, &
5216 wk. I HRI18 FFAEALASE RS 12 R (FFREALTE S 28
WESD). EEE X RARRI2R)A TFAEREKG mig L F
HH T4 16 wk FHTMF S 260, LA 3% LB
D SRR, e B (R 5 B kR A A BBk, o
SISER, R BAERS, ZEABIGOR, WE#
Bk i (PVP)FRE B3k E 1 (MAP). BUT K UM
2, AP PBERPEE, SSasa. v
EEFK, BABEEHIA) 30m/LH,0, H, ZFEi& 10 min
PAKIERRE S SR, EA L g/L TritonX-100/
PBS PN 15 min, XEONMEAE BN, H0ER 0
WHEW, EE 20 min, DIEAIESFRELS GO H
0 0.2 mol/L BEMRELZE vh iR (PR REM —HL, HO FHik
L RESR(HO-1, 1:200; HO-2, 1:200), 4 C
SRR 3T, 0.01 mol/L PBS ¥ 5 min x 3 ¥K; W&k
“HHRIF IC), BENFIR THE 45Smin, 0.01 molL
PBS ¥ 5 min x 3 K; 3, 3- ZHHEEBEM(DAB R G,
HAREREY, B, ALK LS RN H HPIAS-
1000844 A SR F QBRI R 500 [ T BE 2 Bk
fhyit4T HO Jefa e BT, I PR BN = /Y
HEFE LB B, B MR ARBUELE 3 K Y) Fridt
TR, S UE 10TMRENSE, BOEHE. U
EE¥EEMEDERE . MEIEET ARR R
B BOER FARE + bR 2 (meantSD) R
~, RAEZESEH KK, U P<0.058ERALHITF
B PR B IR 5% 2 0L 2t A OG5 [l i3 7

2 SR

RS YR T . AP R AT A5 W IE R
AR B FEAE R, B 0; FFELAE KRBT
JEARFRBA B 45/, KRS, REEPRERR, I
REYIE 2 S AEECE, MBI SR B URET
HER 65 Y BE0E: 1E 5 X BT A BUT A ] WL Rk
JRBHER IE 5 WO/ 254, AR HS IR & (4 ).
JFREALZH K BRUFF PO IE BT/ DI 5 BN, ) 28
H BT R R SR TFOR B/t 43 B GR FRR /DA
VBRI s 8 BT T2 L A BB /1N T R B/ PR AT 4
MR ARRIRE WA IR , B AR AIRES
WL, AL, ABK, BREARR,
A RO AR . LB X SRS UE A TE AR, 1F
A R RIR B R AR (A 2).

2.1 Bk AW ik 3 A F A8 RIFRE] R KRAERT
BEALA K BRUTI(PVP) TR 1482 E 5 X BEH (P <0.05),
i - 29 3 Bk FE(MAPYIE T 1E % X B4 (P <0.05).

®1 BAARLBENNFSH

#H 5l n PVP (Kpa) MAP (Kpa)
1E % % BB 4l 12 0.916 + 0.034 17.423 + 1.472
i Ak 12 2.609 + 0.144" 13.411 £ 1.208"

*P<0.05 vs XTERLH.

22 MHHO 4 4% 5 HO-1 5 HO-2 EIRIRE S
H%, FEXRATEYEREANREN"Y, 2RE
6. Fees FEE, AFREAL R BN B FIZH /MK
INERIK . WUR REEZ HO-1 YRR BHYE, ZhARARIK
JRE] L HO-1 9 26357 3): 1E % 4 BREH K KU/ IMiZ i HO-
1 Yy 68 5 55 PH: (B 4). 15 % HREA R AR Ab 4 K B/
i HO-2 R LK, E/MNGRETmE . W
2. ¥R R EERA N R A 2T S, 6). it
B R4 5 I AR R/ M 4L, ol WAHEE (LA
KEM/NGERIEIL ., A, BETFTLEY K, &
EBE, WA LMK

23 MHHO LB AL F R EBREF,H NK2A]
LIEH, THE LS/ NS HO-1 & BN
14.4 859 + 7.0 148, HIEH XL B & FH&(P<0.01),
SEFEBEBE{E(0.4 813 £ 0.1 223)8E H AT BR4H(0.3 762 +
0.0 689) 77, EFE BEHTZ L (P<0.01), WHHIAHEE
A szt R B/MB AR P HO-1 Rk B5% T 1E # A
B4, T HO-2 Y % (0 i BRI S 3 0% 2% B (B {E PR 4L Im) 22
KL E (P >0.05).

%®2 PMHHO REANEEHERERITER

HO-1 HO-2
i TEEHE TR PRI
45959£2.9497 03762+ 0.0689 9.8472+23415 0483400997

IEH A A
FFBR4LSce4H 14.4859 7.0 148" 0.4 813 £0.1223" 11.583 +3.7987 0.48130.1056

*P<0.01 vs X EEAL

2.4 FEREALLR N IAHO- 189 R K 5 fik 5 ) F 48470948 X
3 FIPR, HFEELT TRk E ELUR BUVME HO-1 &
B S8 KE A R IEM X, FHshikE 2 X,

%3 MkzhHFIEFS HO-1 Tk KFEREXRER

I FBh 14865 /NI HO-1 1%
pPVP r=0.655 P<0.05 IEHI%
MAP r=-0.852 P<0.01 A%

F3FR, FFREALT 3Rk S 40 K BV HO-1 3
HAKE S8R E I SIEAE, EXshkE R AL
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K6 FEELRA KR/ HO-2 895RIA DAB x 400.

3 e

AR S B PRI N AFREAL TR BRI PR R A R TE I
ERE, X#E311E5RE (hyperdynamic circulatory
state, HCS) T E XNy O H M, Ok,
PR AN, S E A RE S A P R B REL T T B
S AR E B ANRASEKY RS R, A A
RRARY. BEETMEY . Wi, R,
B - FRRKERE, DAKCEAH I P R IR AR b K A R
AR R TR K R R R MR . T
A B (heme oxygenase , HO)ZAEILIN 2T R 7EA& N AL fLFE A
RIRIGES IR A, A BEEWEYFER. €451k,
TEAFIESLE AN A3 HO A 3 MMk, Bl HO-1,
HO-2f1HO-3. HO-1 A4 R HO, M, 24730 000-32 000,
FESA T, . FRASARARGENSHE,
ZMEEAES HO-1 RXxME, SFEMmMLE. &
SRCARE, BEE . fEgt . B
BE . JIRSE. HO-2 FHME HO, M. 36 000,
FESFTRMBIA, HRIAZTENEENES,
{038 R B R R A5 =, HO-3 B LN A
X —F HO FHaf§, JRNERR, EMiESEEA6E
BRHRRNE, HAFRMEE R HOJL A/ T
A& A L FESE. HO7E NADPH . 4RAEEA K P450i8
JREFFE S TAE M T B M 21 & A SRR
B4 E¥MBAARNEHD HO-1 695k DAB x 400. B ARSRE (biliverdin) . — LB B8k, MLT & &)

?1994-2017 China Academic Journal Electronic Publishing House. All rights reserved. http://www.cnki.net
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YA BEEHEIIGE ISR ARG FA R biliverdin
reductase, BVR)MIVER FRMRAERBOE, HEEM
RELT R HABIRACTHEE, (R4 B REAHMT , 400 R
SFERREARARDLER. KEESTESEA, &
BOSHBERNEESS, B BB E, A H
S EILFYE. BHOML M 2T K =4 M COR IR
PE—EALBR A FERIT, H—F R B 4K NADPH & it
HORR BB A E A= 4. NRME COTERNRAT 2
A YEEE, HRTFR AN EECOS 5 T EME
WRREABENRE, GRETLE"", £FnEER
TREEUSON MR fEE . . /MR
YL /N U =

AR R B NEABFREFH S KR8
BKEE 138 . 3 ah Bk R FEAR. 3RATREEH HO-1 7ERT
AKX B/ NARPRERR, MELEFEXRA
HRFRAESS , B A/ NG HO-1 R A 51 THKE
HEEMRX, 5EHshKE 2 fHEE. &RERFEL
KBE/NHHAL N HO-1 B1FEAER I, 4kim/FEa s
AN CO M, FhnERres Fikik
A, N TEknR R, SHRnEFRE—E, W
B TR R Bt e B A R, BRI
HO-1 M EIRGIN, BT 8B 38 /5 W65 TR e 2
6. HO-2 EFAKRH/MNEFHEEHER, B
HO-2 SIEW 4 HAE T HBEXBIBIEIES . b
FRVR B 2 0 S A T SRR 0% BRI FRAE & BB
Yy BRI A BF S BB 4 25 3 AT A X 98 38 v A I B S
YEFRBE B R B KIERE N T R, A G 3 e AR,
R ERGEY R UGS X A K HEERT, B8
ESPY MEYRS L, BREAREL, RIS
EfE B N IETFRESH U AR, BT EidR
B, RITAK HO/CO RGETRES S T HHELI 18R bk S
R ZIYLHE. Fernandez et al EER 25401 18R bk S 2 B
[IEERk R EA R P R BEAF40M . Kupper 2088, FFER
oA R R P AE RS 19 HO-1mRNA W #ik, BR
BE. /N BPAE. MM REAMESRHER R, H
M ET A A B0 5179 v 386 %5 i 2 il 3 PR v AL Y
R .

AT AL/ MRS HO- 14 g Ny (N & T
BB ()R RGNS, BT LREKTE
B EIEHO/CORSE; (R REALBT LA I KA 3H Hh
BRI MAME FHEEH X, (3)Chica et a/ TFREM
FFIEALIRE AR 8 A BB EF R, B0
HFEF SR, HO AE 5L E AN B FE XL
RARPERT; @R R T8k S R — S R (NO)™
HE IS (555 (cCMP)RESLTE R B A% H B8R S o 1
N 2 E -1 R HO-1 RIS 5. IR R, HO/
CORGK S 5 T AL 1 Ealk S FetE i R B A 3t
2, Heab) e FpLE K HOMEI R s sh e e % L
B L FH 4 (R AR — S TR AR
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Abstract

AIM: To determine the roles of H pylori concentrated culture
supernatants (CCS) on the gastric mucosa of mouse and
to investigate the protective effects of gastric mucosal
protectives sucrafate and sanjiuweitai on CCS-induced
gastric mucosal lesion in Balb/c rats.

METHODS: Fifty-six healthy male Balb/c rats were ran-
domly divided into seven groups: normal saline control
(I), injured simply (II A, II B), sucrafate pretreatment
(II A, II B), sanjiuweitai pretreatment (II A, II B). Group
A was dealt with small amounts of CCS and group B with
large amounts of CCS. CCS were drawn from cytotoxic
H pylori strain (NCTC11637). The four protective groups
were pretreated with sucrafate and sanjiuweitai separately,
and then infused orally with different amounts of CCS.
The pathological changes on histological sections and ultra-
structural sections of gastric mucosa were assessed under
microscope or electron microscope. The epithelial damage
scoring (EDS) of the gastric mucosa was measured.

RESULTS: The management with large amounts of CCS
from cytotoxic strains induced various epithelial lesions,
which included vacuolation, erosions, ulcers and loss of
gastric gland architecture. Infiltration of inflammatory cells
in the lamina propria was not significant. At ultrastructural
level, there was the presence of intracytoplasmic vacuoles,
dilation of endoplasmic reticulum and mitochondrion, in-
creasing of phagolysosomes, loose connection between
cells and degenerative changes of microvilli. Small amounts
of CCS from cytotoxic strain induced epithelial lesions less
seriousey than large amounts of CCS. The results of the

EDS of the gastric mucosa in the groups I, IT A, II B, IITA,
[ B, IV A and IV B arranged successively as follows, 1.13+
0.35, 2.25+0.46, 3.63+0.52, 1.25+0.46, 1.75+0.71, 1.50+0.53
and 1.63%0.74 respectively. A remarkable protection was found
in gastric mucosa pretreated with sucrafate and sanjiuweitai.
In comparison with the purely injured group, the EDS of the
gastric mucosa descended significantly (P <0.05).

CONCLUSION: Cytotoxin has an important role in the in-
duction of gastric mucosa lesions, but not in eliciting obvi-
ous inflammation; The gastric mucosal protection of
sucrafate and sanjiuweitai against CCS-induced gastric
mucosal lesion in rats is significant.

Cui MH, Hu FL, Dong XH. Preventive effects of gastric mucosal protective
on H pylori CCS-induced gastric mucosal lesion in rats. Shijie Huaren
Xiaohua Zazhi 2004;12(2):355-358

: (H pylori)
(CCs)
CCs
: 56 & Balb/c 7 (1
) (TA . IIB ). (I A
LB ), (VA (. NB ),
A , B
H pylori (NCTC11637) CCS
(EDS),
H pylori  CCS
, Hpylori CCS

N N N

[, TA, IIB, A, B, VA, VB
1.13 + 0.35, 2.25 + 0.46, 3.63 + 0.52,
1.25 £ 0.46, 1.75 = 0.71, 1.50 + 0.53, 1.63 + 0.74;

+

(I A, 1B) (r ) .
(P <0.01); (ITA, ITB).
(V A, IVB) (TA, TB)



356 ISSN 1009-3079 CN 14-1260/R

2004 2 15

12

’ >

, (P <0.05).

:H pylori

H pylori

. 2004;12(2):355-358
http://www.wjgnet.com/1009-3079/12/355.asp

(H pylori)
(MALT)

[1-15]

H pylori
H pylori
H pylori )
H pylori Balb/c
1
1.1 H pylori
Microbiol 1998;26:93-99)*°!
, 31TC
H pylori ,
(37 °C, 50 mL/L CO,)
(37 C, 140-

CCs Leunk (J Med
NCTC11637

3-7d.

) ,  CO,
2 h, )
150 r/min) 48-72 h.
0.1 mol/L PBS

-70C

’ ’

, 0.22mm )

CCs.
H pylori . (
) 48 g/L, 600 mg/kg;
( N . . .
; ) 60 g/L,
750 mg/Kkg.
1.2 & Balb/c (

)56

(A, TIB).
IVB), A , B
12 h, ,
0.25mL, (600 mg/kg)
, 05h
100 ny (0.25 mL), 1000 ny (0.25 mL)

2 h .48 h (

(750 mg/kg)
H pylori  CCS
, 2

1 40 g/L
s 4-6 mm s

[17-18] .

(EDS)

\ 4
VB 1

’

I,

P <0.05

’

mTA, 1B,
0.1cm x 0.1cm

©125.



357

3 , ~20 000.
23 IA 1B (2.25 + 0.46,
3.63 + 0.52) [ (1.13 =+ 0.35)(P <0.01);

’

(1.25 + 0.46, 1.50 + 0.53),

(1.75 £ 0.71, 1.63 + 0.74), (P <0.01,
IVAvs I A, P<0.05);
(P >0.05).
3
(H pylori )
[9-22] H pylori -
etal @ EDTA
CCS )
CCS )
H pylori .o
H pylori c-met, c-myc
H pylori

CCS Balb/c s

~

[16, 25-26] . H pylori
CCS ,
, 48h
[24] ’ (25]
Y \ Y ) N NO\\ [27-29]\.
H pylori. , H pylori
H pylori
’ [30-31]
) \ RNA.
RNA , )
[32] « ”
(33]
H pylori
H pylori
Hpylori CCS

Tabata H, Fuchigami T, Kobayashi H, Sakai Y, Nakanishi M,
Tomioka K, Nakamura S, Fujishima M. Helicobacter pylori
and mucosal atrophy in patients with gastric cancer: a special
study regarding the methods for detecting Helicobacter pylori.
Dig Dis Sci 1999;44:2027-2034



358 ISSN 1009-3079 CN 14-1260/R

2004 2 15 12

10
11
12
13
14

15

16

17

18

15

Meining AG, Bayerdorffer E, Stolte M. Helicobacter pylori gastri-
tis of the gastric cancer phenotype in relatives of gastric carci-
noma patients. Eur J Gastroenterol Hepatol 1999;11:717-720
Yamaoka Y, Kodama T, Kashima K, Graham DY. Antibody
against Helicobacter pylori CagA and VacA and the risk for
gastric cancer. J Clin Pathol 1999;52:215-218

Danesh J. Helicobacter pylori infection and gastric cancer: sys-
tematic review of the epidemiological studies. Aliment
Pharmacol Ther 1999;13:851-856

Scheiman JM, Cutler AF. Helicobacter pylori and gastric cancer.
Am J Med 1999;106:222-226

Kuipers EJ. Review article: exploring the link between
Helicobacter pylori and gastric cancer. Ailment Pharmacol Ther
1999;13 (suppl 1):3-11

Pena A. Genetic factors determining the host response to
Helicobacter pylori. World J Gastroenterol 2000;6:624-625
James CB, Robert SB. Alterations in gastric mucin synthesis
by Helicobacter pylori. World J Gastroenterol 2000; 6(Suppl 3):13
Huang XQ. Helicobacter pylori infection and gastrointestinal
hormones:a review. World J Gastroenterol 2000;6:783-788

2000;8:206-207

2000;8:1042-1045
2002;10:499-502

2002;10:503-508
. 2002;10:912-915
Wang X, Willen R, Svensson M, Ljungh A, Wadstrom T. Two-
year follow-up of Helicobacter pylori infection in C57BL/6 and
Balb/cA mice. APMIS 2003;111:514-522

cosa following eradication of Helicobacter pylori. Mod Pathol
1993;6:281-289

19 , .
2000;8:551-553
20 , , , , , ,
A
2000;8:733-736
21 , , , A
. 2002;10:271-274
22 Pai R, Sasaki E, Tarnawski AS. Helicobacter pylori vacuolating

cytotoxin (VacA) alters cytoskeleton-associated proteins and
interferes with re-epithelialization of wounded gastric epithe-
lial monolayers. Cell Biol Int 2000;24:291-301

23 ,
. 1998;7:219-221
24 , , , c-
met, c—-myc . 1999; 19:137-138
25  Ghiara P, Marchetti M, Blaser MJ, Tummuru MK, Cover TL,

Segal ED, Tompkins LS, Rappuoli R. Role of the Helicobacter
pylori virulence factors vacuolating cytotoxin, CagA, and urease
in a mouse model of disease. Infect Immun 1995;63:4154-4160
Ohkusa T, Okayasu I, Miwa H, Ohtaka K, Endo S, Sato N.
Helicobacter pylori infection induces duodenitis and superficial
duodenal ulcer in Mongolian gerbils. Gut 2003;52:797-803
Larauche M, Anton PM, Garcia-Villar R, Theodorou V, Frexinos
J, Bueno L, Fioramonti J. Protective effect of dietary nitrate on
experimental gastritis in rats. Br J Nutr 2003;89:777-786
Hawkey CJ. Management of gastroduodenal ulcers caused
by non-steroidal anti-inflammatory drugs. Baillieres Best Pract
Res Clin Gastroenterol 2000;14:173-192

Gyires K, Mullner K, Ronai AZ. Activation of central opioid
receptors may induce gastric mucosal defence in the rat. J
Physiol Paris 2001;95:189-196

26

27

28

29

Leunk RD, Johnson PT, David BC, Kraft WG, Morgan DR. 30 , , , , ,
Cytotoxic activity in broth-culture filtrates of Campylobacter 2002;10:231-232
pylori. J Med Microbiol 1988;26:93-99 31 , . 2000;32:3-5
Fiocca R, Villani L, De Giacomo C, Perego M, Trespi E, Solcia 32 , , , , , ,
E. Morphological evidence of Campylobacter pylori pathoge-
nicity in chronic gastric and peptic ulcer. Acta Gastroenterol . 2002;11:476-479
Belg 1989;52:324-335 33 ,
Genta RM, Lew GM, Graham DY. Changes in the gastric mu- 2002;10:148-150
ISSN 1009-3079 CN 14-1260/R 2004
World Journal of Gastroenterology
{World Journal of Gastroenterology, WJG)» (http: //www.wignet.com/1007-9327/index.asp) 2003-04-
) 2003-10-26 452392 . WJIG 7 . (1) :
: , : , . (2) : : , .(3) .
. . . . (4) ;1M . JCR . (5)
, , 28 . (6) (1995-2003),
. WJIG HTM. PDF. N N N N N
(7 : WIG , .
NN . . PMID ) PubMed http://www.wjgnet.com/1007-9327/index.asp

’



PO Box 2345 Beijing 100023, China
Fax: +86-10-85381893
Email: wcjd@wjgnet.com www.wjgnet.com

World Chin J Digestol 2004 February;12(2):359-362
ISSN 1009-3079 CN 14-1260/R
2004

CT

. BASIC RESEARCH e

400042
400042
, 1970-10-24 , , , 2002
, 400042,
. ywhxl@yahoo.com.cn
: 023-68712367
1 2003-06-17 : 2003-09-18

Sensitivity and specificity of pneumo-
colon CT in detecting colorectal neo-
plasms

Yi Wang, Shui-Gen Gong, Wei-Guo Zhang, Jin-Hua Chen,
Lian-Yang Zhang, Jin-Ping Chen

Yi Wang, Shui-Gen Gong, Wei-Guo Zhang, Jin-Hua Chen, Department
of Radiology, Daping Hospital, Third Military Medical University,
Chongaing 400042, China

Lian-Yang Zhang, Jin-Ping Chen, Department of General Surgery, Daping
Hospital, Third Military Medical University, Chongging 400042, China
Correspondence to: Dr.Yi Wang, Department of Radiology, Daping
Hospital, Third Military Medical University, Chongging 400042, China.
ywhxl@yahoo.com.cn

Received: 2003-06-17 Accepted: 2003-09-18

Abstract

AIM: To evaluate the sensitivity and specificity of pneumocolon
computed tomography (CT) in the detection of colorectal
neoplasms.

METHODS: A total of 100 patients with suspected colorectal
neoplasms underwent both pneumocolon CT and colonoscopy.

RESULTS: On colonoscopy 13 colorectal carcinomas were
detected in 13 patients, and 46 polyps in 24 patients (11
polyps were = 1 cm in diameter, 14 were 6-9 mm, and
21 were < 5 mm). Pneumocolon CT detected 15 cancers
(included one false positive cancer), but only 16 polyps (9
were =1 cm). This resulted in a sensitivity of 100% (95%
confidence interval (Cl) 75-100%) and specificity of 93%
(95% CI 66-100%) for detection of colorectal carcinoma,
and a sensitivity of 93% (95% CI 73-99%) and specificity
of 96% (95% CI 78-100%) for detection of carcinoma and/
or = 1 cm polyps. Pneumocolon CT also identified carci-
noma not seen at colonoscopy in one patient, and detected
metastases in 2 colorectal carcinoma patients and
extracolonic carcinoma in one patient.

CONCLUSION: Pneumocolon CT has a high sensitivity and
specificity for detection of colorectal carcinoma and/or = 1 cm
colorectal polyps but not for <1 cm colorectal polyps.
Pneumocolon CT may be suitable for initial investigation
of patients with symptoms of colorectal malignancy.

Wang Y, Gong SG, Zhang WG, Chen JH, Zhang LY, Chen JP. Sensitivity
and specificity of pneumocolon CT in detecting colorectal neoplasms.
Shijie Huaren Xiaohua Zazhi 2004;12(2):359-362
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Abstract

AIM: To investigate the alterations of gastrin secretion of
G cells, somatostatin secretion of D cells and the change
of G (D) cells in rat gastric ulcer.

METHODS: An acetic-acid-induced rat gastric ulcer model
was established. The histological structure of rat antral
mucosa and the ultrastructure of mucosal cells were ob-
served generally, through microscope and through electron
microscope. The content of gastrin or somatostatin in se-
rum or in antral tissue was measured via radioimmunoassay.
The shape, number, size of G (D) cells, and the ratio of
number and size of G/D cells were viewed and analyzed
with immunohistochemical technique and image analysis
system. G (D) cells and the secretive gastrin (somatostatin)
granules in G (D) cells were observed through immunoel-
ectron microscope and analyzed in image analysis system.

RESULTS: G (D) cells and the secretive gastrin (somatostatin)
granules in G (D) cells were observed through immunoelectron
microscope successfully. In gastric ulcer rat the secretive
gastrin in G cells increased, the secretive somatostatin in
D cells declined, the number of G cells increases and the
size of G cells declined; both the number and the size of D

cells declined, both the ratio of the number and size of G/D
cells increased, both the content of gastrin in serum and
in antral tissue increased, and both the content of soma-
tostatin in serum and in antral tissue declined.

CONCLUSION: The rat gastric ulcer induces the changes
of G cells and D cells, secretive gastrin in G cells and se-
cretive somatostatin in D cells, as well as the contents of
gastrin and somatostatin.

Sun FP, Song YG, Qin HR. Alterations of gastrin, somatostatin, G and D
cells in rat gastric ulcer. Shijie Huaren Xiachua Zazhi 2004;12(2):363-366
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Abstract

AIM: To study the protective effects of Angelica sinensis
polysaccharides (ASP) on colon injury in acetic acid-in-
duced rat colitis and its mechanism.

METHODS: The colitis model of rats was produced by
intracolon enema with acetic acid. The experimental ani-
mals were divided into 6 groups: normal, model, 5-ASA
(100 mg/kg), and ASP (250, 500, 1 000 mg/kg), and treated
intracolonically with saline, 5-ASA, and ASP respectively
once a day for 7 days. The colon mucosa damage index
(CMDI) and occult blood test (OBT) were evaluated. The
activities of MPO and SOD, the contents of MDA and NO,
the expression levels of TGF-b and EGF in the colon tissue
were detected. H-E stained section was also observed.

RESULTS: Intracolon enema with ASP decreased the
significanctly elevated extents of CMDI, OBT and levels of
MPO, MDA, and NO in the model group (CMDI: 2.1 4+ 0.8,
18+06,14+07vs29+0.6; OBT: 3.1 +1.3,2.7 £ 1.1,
2.2+ 1.2vs 3.8+0.8; MPO: 77.2 + 23.6, 72.5 * 16.8,
61.3 £+ 19.2 vs 98.1 £ 26.9; MDA: 44.26 * 10.25, 38.72 =
14.84, 31.59 £ 12.68 vs 31.59 + 12.68; NO: 0.252 +
0.041, 0.223 + 0.037, 0.217 + 0.032 vs 0.331 + 0.092,
P <0.05 or P <0.01), increased the significantly reduced
level of expression of TGF-b and the activity of SOD in the
model group (SOD: 30.16 + 2.88, 31.27 £ 2.73, 33.52 =

2.81 vs 28.33 & 1.17; TGF-b:0.136 + 0.031, 0.153 +
0.036, 0.169 & 0.029 vs 0.105 + 0.021, P <0.05 or P <0.01),
and also increased significantly the expression of EGF (EGF:
0.178 £ 0.021, 0.195 * 0.031, 0.191 + 0.022 vs 0.151 +
0.026, P <0.05 or P <0.01). The histological changes were
also alleviated with ASP treatment.

CONCLUSION: Enteroclysis with ASP markedly relieve the
colon injury in acetic acid-induced rats colitis, which is
related with promoting growth factors, decreasing oxygen
free radicals and some anti-inflammation effects.

Liu SP, Dong WG, Yu BP, Luo HS, Yu JP, Wu DF. Protective effects of
Angelica sinensis polysaccharides on acetic acid-induced rat colitis.
Shijie Huaren Xiaohua Zazhi 2004;12(2):367-370
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Abstract

AIM: To investigate the effects of Ginkgo biloba extract
(Egb) on cytokine profile produced by splenocytes, colonic
mucosa and serum and to study the main mechanism of
EGb in protection of TNBS-induced ulcerative colitis in rats.

METHODS: A rat ulcerative colitis model was induced by
2.4.6-trinitrobenzene sulfonic acid (TNBS). All rats were
divided into four groups: normal, TNBS, TNBS+NS, and
TNBS+EGb. The macroscopical and histological changes
of the colon were evaluated. The IL-12, IFN-gand IL-4
produced by splenocytes, colonic mulosal and serum were
analyzed with ELISA.

RESULTS: In TNBS+EGb group, the macroscopical and his-
tological scores were significantly lower than those of TNBS
group (2.83 = 0.94 vs 5.33 & 1.50, P <0.01, 1.92 £ 0.67
vs 4.331+0.98, P <0.01). In the TNBS+EGb group, a lower
level of IFN-g production in splenocytes (60 + 21.5 vs 125.6 =
14.6, P <0.01); colonic mucosa (202.8 &= 49.6 vs 431.8 =
57.6, P <0.01) and serum (8.6 = 1.4 vs 13.5 = 1.7, P <0.01)
was noticed as compared with TNBS group. In comparison
with TNBS group, significantly increased IL-4 was noticed
(splenocytes: 11.2 £+ 1.3 vs 6.05 = 1.5, P <0.01; colonic
mucosa: 10.2 = 1.9vs 6.9 + 1.4, P <0.01; serum: 7.9 &
1.8vs 4.2+1.1, P <0.01) in TNBS+EGb group. IL-12 pro-
duction by serum in TNBS+EGb group was lower than that
of TNBS group (8.2 = 2.2 vs 25.8 + 4.8, P <0.01). The
ratio of IL-12/1L-4 was lower in TNBS+EGb group compared
with TNBS group (serum: 1.13 & 0.49 vs 6.4 + 1.8, P <0.01).
The ratio of IL-12/1L-4 was lower than that in TNBS+EGb
group compared with TNBS group (splenocytes:5.2 + 2.0

vs 21.9 £+ 4.9, P <0.01; colonic mucosa: 20.9 + 7.97 vs
65.9 + 18, P <0.01; serum: 1.1 + 0.3 vs 3.4 = 0.8, P <0.01).

CONCLUSION: TNBS-induced ulceratived colitis is a Thl
type dominant (IL-12 overproduction)murine model; EGb
has protective effects on ulcerative colitis of rat by sup-
presses of increased IL-12 and IFN-g and maintaines the
balance of helper T cell 1 with helper T cell 2.

Zhou YH, Yu JP, He XF, Yu XQ. Effects of Ginkgo biloba extract on
cytokines in rats with TNBS-induced ulcerative colitis. Shijie Huaren
Xiaohua Zazhi 2004;12(2):371-375
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Abstract

AIM: To explore the relationship between matrix metallopro-
teinase and malignant ascites.

METHODS: A total of 67 patients, 38 male and 29 female,
including cirrhotic ascites (36 cases), tuberculous ascites
(8 cases) and malignant ascites (23 cases) were collected
and studied in the following experiment. The matrix metallopro-
teinase activity was detected by gelatin zymography.

RESULTS: The activity of matrix metalloproteinase-2 and
matrix metalloproteinase -9 could not be detected in ascites
of hepatic cirrhosis and tuberculous peritonitis but could
be detected in 87.0% and 78.3% of malignant ascites
(n =23) respectively. Furthermore, the activity of MMP-2
was higher than that of MMP-9 (0.01<P =0.022<0.05).

CONCLUSION: The detection of matrix metalloproteinase
activity is useful in differential diagnosis between benign
and malignant ascites. Matrix metalloproteinase may be
related to the formation of malignant ascites.

Sun XM, Dong WG, Yu BP, Luo HS, Yu JP. Matrix metalloproteinase activity
in malignant ascites. Shijie Huaren Xiaohua Zazhi 2004;12(2):376-378
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Abstract

AIM: To study the relationship between piwei damp-heat
syndrome and aquaporin 4 (AQP4) from fluid metabolism
in patients with chronic superficial gastritis.

METHODS: A total of 32 patients with chronic superficial
gastritis were composed of 20 cases of piwei damp-heat
syndrome and 12 of pi-qi deficiency syndrome, while 10
cases of healthy people were taken as control. The mucosa
of upper stomach was obtained by gastroscopic biopsy.
The mucosal inflammation was observed and the protein
expression of AQP4 was semiquantitated by the immuno-
histochemistry and image assay system.

RESULTS: The mucosal inflammation of piwei damp-heat
syndrome group was more severe than that of the other
two groups significantly (moderate or severe rate 17/20
vs 6/12, 0/10, P <0.05, P <0.01, respectively), and the
protein expression of AQP4 in piwei damp-heat syndrome
group was also higher than that of the other two groups

significantly (209+59 vs 127+61 and 164+32, P <0.01,
P <0.05, respectively).

CONCLUSION: AQP has a close connection with water
metabolism. The abnormal expression of AQP may be one
of the pathogenesis of piwei damp-heat syndrome.

Zhou Z, Lao SX, Huang ZX, Zhang XJ, Huang LP, Kuang ZS. Relation-
ship between piwei damp-heat syndrome of chronic superficial gastritis
and aquaporin 4 protein expression. Shijie Huaren Xiaohua Zazhi 2004;
12(2):379-381
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Abstract

AIM: To study alterations of mast cells in colon mucosa of
patients with irritable bowel syndrome.

METHODS: Ten healthy volunteers and 20 patients with ir-
ritable bowel syndrome entered in this study. By colonoscopy
biopsies, the mast cells (MC) in mucosa of cecal colon, trans-
verse colon and rectum were stained by immunohistochemistry
and the number of mast cells and percentage of degranulated
mast cells were counted.

RESULTS: MC number increased significantly in the cecum
and transverse colon of diarrhea IBS patients, compared
with controls (P <0.01 or P <0.05). MC number increased
significantly in the cecum of constipation IBS patients com-
pared with controls (P <0.05). MC number was significantly
increased in the caecum of diarrhea IBS patients than con-
stipation IBS patients (P <0.05). The percentages of
degranulated mast cells in cecal colon, transverse colon
and rectum mucosa of diarrhea IBS patients were signifi-
cantly higher than those in constipation IBS patients and
controls (P <0.0lor P <0.05).

CONCLUSION: The mast cells play an important role in
the pathogenesis of irritable bowel syndrome.

Wang J, Liang LX, Zhang ZX, Li GH, Qian W, Hou XH. Alterations of
enteric mucosal mast cells in patients with irritable bowel syndrome.
Shijie Huaren Xiaohua Zazhi 2004;12(2):382-384
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Abstract
AIM: To study MR features of the regenerative nodule (RN)
and dysplastic nodule (DN) in the cirrhotic liver.

METHODS: MRI was performed in 26 cases of suspected
cirrhotic liver with RN and DN. Additional enhanced MRI
with administration of Gd-DTPA on T, WI was performed in 18
of 26 cases. Meanwhile in 10 of 18 both Gd-DTPA and SPIO
(Feridex) enhancement were underwent one day apart. All
patients were confirmed by aspiration biopsy or histopathology.
MRI was compared to the pathological findings.

RESULTS: In 26 cases, there were 12 cases of regenerative
nodules measuring 0.3-1cm in size, and 14 dysplastic nod-
ules including 8 nodules measuring = 1 cm and <3 cm in
size, and 6 nodules measuring = 3 cm. Their MR appear-
ances were as followings: nodules with <1 cm in size
showed isointensity on T;WI and hypointensity on T,WI, of
which the intensity was as isointense as the surrounding
hepatic parenchyma on enhanced MRI with administration
of Gd-DTPA or SPIO. In 8 cases with nodules measuring
1-3 cm in size, 5 cases appeared hyperintense on T,WI
and hypointense on T,WI as well as the enhancement as
that of nodules with <1 cm in size; the other 3 cases ap-
peared hypointense on T,;WI and hyperintense on T,WI,
and were enhanced after administration of Gd-DTPA but
hyperintense on SPIO enhancing MRI, which indicated
malignant transformation of dysplastic nodule into hepa-
tocellular carcinoma (HCC) arising from hepatic nodule on
histopathology. In 6 cases of nodules measuring >3 cm in
size, 2 cases appeared hyperintense compared to the sur-
rounding hepatic parenchyma on T,, T,WI and enhanced

MRI, one of which was documented “nodule within a nod-
ule” on T2WI. The 2 cases were demonstrated well-dif-
ferentiated HCC. The other 4 cases showed hyperintense
on T;WI, and hypointense on T,WI and enhanced MRI.
Sometimes, normal vessels were seen to pass through
the surface of macroregenerative nodule. Additionally, RN
and DN had the same pattern of the time-signal intensity
course as the normal surrounding hepatic parenchyma,
but malignant transformation of DN appeared fast wash-in
and wash-out.

CONCLUSION: RN of cirrhosis has features on MRI that
usually allow distinction from HCC but not always from
DN. A helpful distinction between HCC and DN is that the
latter is almost never hyperintense on T,WI. Additionally,
the followings indicate malignant transformation of DN when
DN appears a ring like enhancement after injection of Gd-DTPA,
and fast wash-in and wash-out as well as hyperintensity
on SPIO enhanced MRI.

Xu HB, Kong XQ, Xiong Y, Feng GS. MRI features of regenerative and
dysplastic nodules in cirrhotic liver. Shijie Huaren Xiaohua Zazhi 2004;
12(2):385-389
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TNF-a. IL-6. IL-8 ,
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16.65 + 6.0 349 + 11.6 38.9 + 9.8 479 + 1.354.7 + 9.1 Bl
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, 46-1 500 U/L (AST) o)
38 47-1 500U/L , , )
(ALP) 38 112-1 155U/L, g 2l
(GGT) 37, 83-971 U/L, ,
(TBIL) 3B, 22.7-493 mmol/L. , ,
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