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Abstract

AlIM:To observe the therapeutic effects of poly lactic-co-glycolic
acid (PLGA) microspheres containing Melittin (M-MS) infused
via artery on hepatocarcinoma in rats.

METHODS:M-MS was prepared with biodegradable poly
lactic-co-glycolic acid by multiple emulsions in liquid evaporation
process. Rats bearing transplanted hepatoma were established
and were randomly divided into control group, melittin
group, blank microsphere (B-MS) and M-MS group with
16 rats in each group, in each respective group, normal
saline (NS,1.5 mL/kg), melittin (0.35 mg/kg), blank
microspheres (10 mg/kg), and M-MS(10 mg/kg) were in-
fused via gastro duodenal artery into hepatic artery. The
tumor growth, severity of necrosis and survival of rats were
documented.

RESULTS:Compared with control group, the tumor growth
in melittin and B-MS groups were significantly inhibited
(12.4+47.1, 10.1+8.2 vs 28.3+13.6, P <0.01) and the tumor
necrosis degree were dominantly in low- and moderate-grade,
but the survival were not prolonged obviously (15.8+2.0 d,
16.5+3.0 d vs 13.7+2.2, P >0.05). Meanwhile, the tumor

growth in M-MS group (1.1+1.1) was much slower than
that of other 3 groups and tumor necrosis degree were
mainly in severe and the survival (31.0+3.9 d) of rats was
also significantly prolonged (P <0.01).

CONCLUSION:The anti-tumor effect of M-MS administered
via hepatic artery is much higher than that of melittin and
B-MS.

Ling CQ, Li Q, Liu XH, Chen QH, Peng YH, Luo RY, Huang XQ.Infusion
of Melittin- poly lactic-co-glycolic acid microspheres via hepatic artery
for hepatocarcinoma in rats. Shijie Huaren Xiaohua Zazhi 2003;11(7):
900-903
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Abstract

AlIM:To explore the expressive characteristic and biological sig-
nificance of oncogenes during experimental hepatocarcinogenesis
in rat

METHODS:A rat model of liver carcinoma was induced
with carcinogen 3”-Me-DAB. The hepatic expressive char-
acteristic of Ha-ras, c-myc and Ki-ras rats in varied stages
in induction of cancer were examined with in situ hybrid-
ization and RNA slot blot hybridization.

RESULTS:The hepatic expression and distribution of Ha-
ras and c-myc were similar in different periods of cancer
induction. In early stage of carcinoma induction, there were
more positive cells of Ha-ras and c-myc but little Ki-ras
positive cells. In late stage of carcinoma induced, the number of
positive cells of three oncogenes was decreased; On the
17th week of induction of cancer, the signals of three
oncogenes in all the cancer nodules were negative or weak
but stronger in hepatic peri-cancer tissues.

CONCLUSION:Oncogenes Ha-ras and c-myc were activated
and had synergistic effect on the malignant transformation of
cells in early stage of hepatocarcinogenesis. Ki-ras might
be activated in late stage of hepatocarcinogenesis and
associated with malignant transformation of hepatocytes.

Xue L, Liao B, Zhao GQ, Hu RD, Che LH, Dong J. Expressive characteristic
and biological significance of oncogenes during rat hepatocarcinogenesis.
Shijie Huaren Xiaohua Zazhi 2003;11(7):904-907
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SMMC-7721

Abstract . I ()
AlIM:To study the apoptosis of human liver cancer cell line (-4
SMMC-7721 induced by Senjiu Capsule.

METHODS:Apoptosis was detected by HE staining, electron "
microscopy(TEM) and TdT-mediated dUTP-biotin nick end [5-11]
labeling(TUNEL). '

RESULTS:SJ significantly inhibited the growth of SMMC-7721
cells and the inhibitory effect was positively related to the
concentration and exposure time to SJ. And SJ could induce
extensive apoptosis of SMMC-7721 cells. After exposure v .

with 10 ng/ml SJ for 48 h, the cells showed classical mor- (SJ)

phological and biochemistry features of apoptosis under

light microscope and electron microscope. Apoptosis cells ’ ’
in different phases were observed by TUNEL.

CONCLUSION:SJ significantly inhibited the growth of human

cancer cells, but also induced extensive apoptosis. The > >
apoptotic effect of SJ on tumor cells might play a key role R

in its anticancer activities. SJ could be used as a potential

natural apoptosis-inducer in liver cancer therapy.

SJ

Wu SD, Liu CL, Wang HC, Bao DH. Apoptosis of human liver cancer cell
line SMMC-7721 induced by Senjiu capsule.Shijie Huaren Xiaohua
Zazhi 2003;11(7):908-911 1.1 SJ
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Abstract

AlIM:To study the effect of transcatheter arterial Chemoem-
bolization (TACE) on the proliferation and metastasis of
the hepatocellular carcinoma (HCC).

METHODS:Seventy-two patients with inoperable huge HCC
administered from 1992 to 2000 were treated with TACE
initially, and then operated following the shrinkage of the
tumor. During same periods of treatment, there were com-
parable 487 HCC patients who were not treated with TACE,
of which 32 pairs of patients who met with the criteria
were selected for this study based on the 10 items screening
criteria including gender, age, history of the disease, BUS
examination. Expression of proliferating of cell nuclear antigen
(PCNA) and nm23-H1 were studied by immunohistochemistry.

RESULTS:PCNA label index (PCNA LI) of HCC following TACE
was elevated. The distribution of PCNA LI in the range <25 %,
26-50 %, 51-75 % and > 75 % is 75 %, 14.3 %, 10.7 %
and 0 % in control group, and 35.7 %, 21.4 %, 28.6 %
and 14.3 %, in TACE group (P <0.01, n =28), respectively.
The expression of nm23-H1 gene exists in both cytoplasm
and nuclear with no significant difference between treatment
and control group.

CONCLUSION:The proliferative activity of residual tumor

of HCC following TACE causes the elevation of PCNA LI
implying the poor prognosis of long-term effect of TACE, and
therefore, it is necessary to perform two stage-resection
after TACE of HCC.

Feng Y, Zhao L, Zhang AH, Liu KD, Liu LC, Wang YH, Yin JQ, Yang BH.
Expression of PCNA and nm23-H1/NDPK in Hepatocellular Carcinoma
following transcatheter arterial chemoembolization therapy. Shijie
Huaren Xiaohua Zazhi 2003;11(7):912-915

(TACE)
:1992-07/2000-07 TACE
72 . . . 10
, TACE s
487 " 32 .
" (PCNA),
nm23-H1
TACE PCNA , PCNA

<25 %. 26-50 %. 51-75 %. > 75 %
75 %. 14.3 %. 10.7 %. 0 %, TACE
35.7 %. 21.4 %. 28.6 %. 14.3 %, (P <0.01,
n =28). nm23-H1 ,

TACE PCNA
, TACE ,
TACE

PCNA nm23-H1/NDPK
(7):912-915

2003;11

http://lwww.wjgnet.com/1009-3079/11/912.asp

(hepatocellular carcinoma, HCC)
[1-10]
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Abstract

AIM:To detect the A6, T and G764 A paired mutations in
the core promoter region of the HBV DNA in the hepato-
cellular carcinoma, to investigate the relationship between
them, and to establish a new method for genotyping of
mutation patterns.

METHODS: The target DNA fragment of the HBV core pro-
moter region which contains the paired mutations was
amplified by polymerase chain reaction and the FP value
of the R110- or TAMRA-labeled ddNTP was detected by
TDI-FP assay to determine the ntl1762 and ntl764
genotype.

RESULTS:Of 20 cases of hepatocellular carcinoma, 18 (90 %)
was positive for HBV infection. Through TDI-FP assay, there
were 13 /20 for T4, and A4 paired mutations, 1/20 het-
erozygous for Ti7e-Aizeal Ai762-Gi764 4/20 negative for the
TDI-FP assay. By sequencing, the positive and heterozy-
gous mutations completely accorded with the TDI-FP assay.
In the negative results, 2/4 had 8-nucleotide deletion
mutation, thus the mutation detection primer could not
complement with the template and gave rise to the “false”
negative results. The rate of Ti76,-A1764 POSitive mutation
rate of HBV DNA in heaptocellular carcinoma was 85 %,
heterozygous 5 %, and wild-type 10 %.

CONCLUSION:The HBV infection is very high in the
heaptocellular carcinoma. The great frequency of the paired
mutations in the core promoter indicates that the paired
mutations may be significantly related to the pathogenesis
of hepatocellular carcinoma. The established TDI-FP is

suitable for high throughput and automated genotyping
assays due to its rapid and simple manipulation.

LU GT, Lu B, Bai YJ, Zhang J, Yan XJ. Paired mutation in core promoter
region of HBV in hepatocellular carcinoma by TDI-FP assay.Shijie
Huaren Xiaohua Zazhi 2003;11(7):916-919

TDI-FP HBV DNA
A1762 T Gl764 A
20 , PCR
HBV DNA DNA s TDI-FP
R110 TAMRA ddNTP FP , nt1762
nt1764
:20 HBV , 18
HBV , 90 %. TDI-FP ,
13 Tl762 Al764 ’ 1 T1762_Al764/
Arr6:-Gires , 4 . )
TDI-FP ,
2 nt1762 8 ,
, TDI-FP
. HBV DNA , Tis—Auzes
75 %, 5 %, 10 %.
, HBV s
ntl762 ntl764 ,
: TDI-FP
. TDI-FP HBV

. 2003;11(7):916-919
http://lwww.wjgnet.com/1009-3079/11/916.asp

(hepatitis B virus, HBV)
na, 3 5
o, HBV
, HBsAg 109%1531,
HBV , N

N N N

(hepatocellular carcinoma, HCC) 167,



. TDI-FP HBV 917
, HBV , , 14 000 rpm 5min, ;
, e, 70 % , , 100 nL TE . HBV
. el HBV DNA S PCR
HBV : Ho, (nested PCR)  HBV.
, 2710 1.2.2 PCR 2n.  PCR R
t, . (core :MgCl, . dNTPs (10 mM) 10" Buffer 2.5 ni.,
promoter, CP) AT Az T Gires A PL P2 1ni, TagDNA 1U, 25 .
) . , Ben c 195 C o 3 min; - 95 C 30 s,
. . HB\? ONA ’ 55 C 30 .s, 72 C 30 min, 30 ;
) 72 °C 5min.  5nL PCR 1.2 %
. . . TDI—FP(tempIate—dir.ecte.d dye-terminator 123 TDI-’FP HBV Al.762_> T Guu—A MJ
incorporation with fluorescence polarization, TDI-FP)*" Research V2.0 384 & m. PCR
HBY * (50-500 fmol/5 ni), 2 nL 1" PCR (
’ ’ I ), 37°C  1h,
HBV DNA .
PCR P1 P2 dNTPs;80 C 15 min,
PCR . 13 L. AcycloPrime-FP
(AcycloPol 0.05nm., 10 2,
11 R110-ddATP TAMRA-ddTTP 1m, P 0500,
20 ( 13 ni). GuredA ,
), 9 | , ddNTP )

11 . wallac VICTOR?y, 1 420 multilabel counter, 480 nm/30.
535 nm/40, 544nm/15, 595AF60 (PerkinElmer
Life Sciences); MJ Research V2.0 384 (MJ Research);
Techgene PCR Amplifier (Techne) ; Tag DNA

(Takara); Wizard® Plus Minipreps DNA purification System,
Wizard® PCR Preps DNA Purification System pGEM? T-easy
Vector (Promega); AcycloPrime™-FP SNP Detection Kit
(PerkinElmer Life Sciences); HBV DNA Detection Kit (Takara);

)

(5’3’ (bp)
P15 -GGTCAACGACCTGGATTGAG-3’

1681-1700
P2 5’ -GGCAGAGGTGAAAAAGTTGC-3’ 1818-1835 155bp
Pz 5 -GAGTCGGGGGAGGAGCTGAGGTTAA-3’ 1 737-1 761

Pizssa 5’ -GTCGGGGGAGGAGCTGAGGTTAAAG-3’ 1 739-1 763

HBV DNA PCR P1. P2 Pizeos Pires .
1.2
121 HBV 5¢g
1 mL s 5 ., s
10 000 rpm 10 min, , EDTA(PHS8.0).
K SDS 0.1 mmol/L. 1 %
150 ny/mL, 37 C 20 h, RNase
20 ng/mL, 37 C 1h. - -
(25 :24 1), , 14 000 rpm 10 min;
1, 1/3 (3mol/L) 2

R110-ddGTP. TAMRA-ddATP  Piz,.

, 95°C 2min; 95 'C 15s, 63 °C
30s, 25 ; 15 min. wallac 1 420
VICTOR?, 1 420 multilabel counter R110
TAMRA FP
1.2.4 PCR 3
PCR pGEM? T-easy , 4°C ;
E. Coli DH5 « s 20mL
LB 37C A=0.6. DNA,
EcoR 1 PCR 20 L
2
2.1 DNA HBV 20
18 HBV , 2 X
HBV 90 %.
2.2 TDI-FP 20
PCR TDI-FP " 13
T1762 ’ l Tl762/A1762 ’ 2 A1762
, 4 ( 2 HBV
); 13 Ai7es , 1 A1764/G1764
, 2 Gures , 4 ( 2
HBV ). s 13
HBV T1762 A1764 1 l T1762_A1764/ Al762_
Gazes ;2 HBV 5
; 2 HBV DNA



918 ISSN 1009-3079 CN 14-1260/R

[20, 21]

2003 7 15 11 7
, HBV [22-24] ,
[23,25].
. HBV DNA
DNA ,
DNA HBV DNA,
0 T T T u T T T T T T 1 ’
0 20 40 60 80 100 120 140160 180 200 220 DNA
X axis R110 (mP) Pre-C RNA C RNA , ,
1 Aper =T TDI-FP . ddNTP  R110-ddATP HBV DNA
TAM RA—ddTTPI,DCR T | C TIA ( A= T  Gue— A 2521 HBV
mP R110 38.0. TAMRA 42.0 R11039.0. TAMRA 52.0; , HBV ,
mP R110 197.0. TAMRA 57.0 R110 198.0.
TAMRA 66.0). HBV DNA
%8 Edward Tabor et al
85% HBV T Tiez Aies
~ 180 (
E ’
= ) 11 %. HBV DNA Ture:
o
<§E A1764 ’
% -1(hepatocyte nuclear factor-1, HNF-1)
&
> ) Pre-C RNA
0 20 40 60 80 100 120 140 160 180 200 220 240 ) X X(mt) X
X axis R110 (mP) HNF-1 DNA
y y X(mt) HNF-1 DNA
2 Gies— A TDI-FP NTP R110-ddGTP
TAMRA-ddATP, AIA , AIG el X HNF-1,
PCR , G/G ( [29]
mpP R110 38.0. TAMRA 42.0 R11039.0. TAMRA 52.0; ’ ' HBV » HBeAg
mP R110 197.0. TAMRA 57.0 R110 198.0. , ,
66.0).
TAMRA 66.0) HBV DNA DNA
2.3 PCR pGEM? T- , DNA
easy ’ ’ ’ ’
, TDI-FP 13 Tie-Aures 1
Tire2=Arr6a/ Arz62=Gies .2 TDI-FP  TDI ( (miniseq-
TDI-FP HBV DNA uencing), (single base incorporation),
8 , (prime extension)) ,
, ddNTP “7 FP ,
, “« .20 (polarized fluorescence)®3!,
, Tir62=A176s 15 (fluorescence polarization, FP). s
75 %; T176o~Arzeal Arz62~Gazes 5 %; 10 %. ,
3 s ’
DNA ,
, RNA(pregenomic RNA) - N - N
[18]. HBV , -DNA [32].
DNA 4 , (single nucleotide polymorphism, SNP)
10 , HBV , FP 331 TDI-FP. FP-
e 10a Tagman®  FP-Invader FP-TDI
, , 1990 R R DNA , 37



, . TDI-FP HBV 919
ddNTP, , the hepatitis B virus genome. J Gen Virol 2000;81(Pt 1):75-83
15 Ha-Lee YM, Lee J, Pyun H, Sohn J, Cho YJ, Kim Y. Sequence
FP( mP) ’ ddNTP variations of hepatitis B virus promoter regions in persistently
infected patients. Arch Virol 2001;146:279-292
’ 16 Grandjacques C, Pradat P, Stuyver L, Chevallier M, Chevallier
TDI-FP ( MJ P, Pichoud C, Maisonnas M, Trepo C, Zoulim F. Rapid detec-
Research V2.0 384 ) 4 : (1) PCR tion of genotypes and mutations in the pre-core promoter and
the pre-core region of hepatitis B virus genome: correlation
DNA ; (2) with viral persistence and disease severity. J Hepatol 2000;33:
dNTPs, : (3) 430-439 _
17  Akula N, Chen YS, Hennessy K, Schulze TG, Singh G, McMahon
; (4) DNA N FJ. Utility and accuracy of template-directed dye-terminator
ddNTPs, incorporation with fluorescence-polarization detection for
genotyping single nucleotide polymorphisms. Biotechniques
, FP 2002;32:1072-1076
FPE! TID-FP (1) 18 Bartholomeusz A, Locarnini S. Hepatitis B virus mutants and
fulminant hepatitis B: fitness plus phenotype. Hepatology 2001,
FP , , 34:432-435
: (2) , 19 Lan L, Wang YM. The influence of the genetic heterogeneity of
[34-36] . ) HBV on the Interferon responsibility. Shijie Huaren Xiaohua Zazhi
;) ; (4)FP-TDI 2002;10:696-698
FP , , 20 Tang ZY. Hepatocellular carcinoma-cause, treatment and
[30] metastasis. World J Gastroenterol 2001;7:445-454
. 21  Shao XD, Wu KC, Guo XZ, Xu JH, Guo CC, Meng FP, Fan DM.
TDI-FP , Studies on expr ession of KAI1 gene in tissues of liver cirrhosis
and hepatocellular carcinoma. Shijie Huaren Xiaohua Zazhi
’ ’ 2001;9:1238-1241
22 Chen WN, Oon CJ. Mutations and deletions in core promoter
) ) and precore stop codon in relation to viral replication and liver
damage in Singaporean hepatitis B virus carriers. Eur J Clin
Invest 2000;30:787-792
23 Zhang WH, Zhu SN, Lu SL, Cong WM, Wu MC. HBV concomi-
4 tant infection in HCV associated HCC. Shijie Huaren Xiaohua
1 Kao JH, Wu NH, Chen PJ, Lai MY, Chen DS. Hepatitis B geno- Zazhi 2000;8:175-177
types and the response to interferon therapy. ] Hepatol 2000; 24 Reid AE, Liang TJ. Association of hepatitis C virus and hepa-
33:998-1002 tocellular carcinoma in the United States. Princess Takamatsu
2 Yan JC, Chen WB, MaY, Liu JH, Sun XH, Xu CJ. The study of the Symp 1995;25:41-49
vascular diseases tissue and immunohistochemistry of HBV in- 25 Lu YY, Li K, Cheng J, Wang L, Liu Y, Duan HJ, Zhang LX.
fected liver tissue. Shijie Huaren Xiaohua Zazhi 2000;8:1205-1210 Cloning and expression of hepatitis B virus X gene in yeast.
3 Fang JN, Jin CJ, Cui LH, Quan ZY, Choi BY, Ki M, Park HB. A Shijie Huaren Xiachua Zazhi 2002;10:15-18
comparative study on serologic profiles of virus hepatitis B. 26 LiJ, Xu Z, Zheng Y, Johnson DL, Ou JH. Regulation of hepato-
World J Gastroenterol 2001;7:107-110 cyte nuclear factor 1 activity by wild-type and mutant hepati-
4 Yan JC, Ma JY, Pan BR, Ma LS. The study of viral hepatitis B in tis B virus X proteins. J Virol 2002;76:5875-5881
China. Shijie Huaren Xiaohua Zazhi 2001;9:611-616 27 Lin CL, Liao LY, Liu CJ, Chen PJ, Lai MY, Kao JH, Chen DS.
5 He XS, Huang JF, Chen GH, Fu Q, Zhu XF, Lu MQ, Wang GD, Hepatitis B genotypes and precore/basal core promoter mu-
Guan XD. Orthotopic liver transplantation for fulminant hepa- tants in HBeAg-negative chronic hepatitis B. J Gastroenterol
titis B. World J Gastroenterol 2000;6:398-399 2002;37:283-287
6 Wu J, Cheng ML, Ding YS, Liu RC, LiJ, Wang WL, Hu L. Five 28  Lin X, Qian GS, Lu PX, Wu L, Wen YM. Full-length genomic
year following-up surver of risk factor of virus hepatic cirrhosis. analysis of hepatitis B virus isolates in a patient progressing
Shijie Huaren Xiaohua Zazhi 2000;8:1365-1367 from hepatitis to hepatocellular carcinoma. J Med Virol 2001;
7 Chen J. The molecular biochemistry study of pathogenesis of 64:299-304
chronic viral hepatitis. Shijie Huaren Xiaohua Zazhi 2002;10: 29 Guo SP, Wang WL, Zhai YQ, Zhao YL. Expression of nuclear
125-128 factor-kappa B in hepatocellular carcinoma and its relation
8 Li RL, Xu DZ, Nie QH, Yan YP, Zhang JX. Role of hepatitis with the X protein of hepatitis B virus. World J Gastroenterol
virus infection in pathogenesis of B-cell non-Hodgkin’s 2001;7:340-344
lymphoma. Shijie Huaren Xiachua Zazhi 2002;10:406-410 30 Kwok PY. SNP genotyping with fluorescence polarization
9 Wang Y, Liu H, Zhou Q, Li X. Analysis of point mutation in detection. Hum Mutat 2002;19:315-323
site 1896 of HBV precore and its detection in the tissuesand 31 Hsu TM, Chen X, Duan S, Miller RD, Kwok PY. Universal SNP
serum of HCC patients. World J Gastroenterol 2000;6:395-397 genotyping assay with fluorescence polarization detection.
10  Huang YX, Wu GH. The relationship between hepatitis B and Biotechniques 2001;31:560-568
hepatocellular carcinoma. Shijie Huaren Xiaohua Zazhi 2001;9: 32  Tencza SB, Islam KR, Kalia V, Nasir MS, Jolley ME, Montelaro
682-685 RC. Development of a fluorescence polarization-based diag-
11 Kreutz C. Molecular, immunological and clinical properties of nostic assay for equine infectious anemia virus. J Clin Microbiol
mutated hepatitis B viruses. J Cell Mol Med 2002;6:113-143 2000;38:1854-1859
12 Yap SF, Wong PW, Chen YC, Rosmawati M. The frequency of 33  Kricka LJ. Stains, labels and detection strategies for nucleic
pre-core gene mutations in chronic hepatitis B infection: a study acids assays. Ann Clin Biochem 2002;39(Pt 2):114-129
of Malaysian subjects. Southeast Asian J Trop Med Public Health 34  Kwok PY. Methods for genotyping single nucleotide polymorph-
2002;33:102-109 isms. Annu Rev Genomics Hum Genet 2001;2:235-258
13 Ogawa M, Hasegawa K, Naritomi T, Torii N, Hayashi N. Clini- 35 Nielsen K, Gall D. Fluorescence polarization assay for the diag-
cal features and viral sequences of various genotypes of hepa- nosis of brucellosis: a review. J Immunoassay Immunochem 2001;
titis B virus compared among patients with acute hepatitis B. 22:183-201
Hepatol Res 2002;23:167-177 36 Brennan MD. High throughput genotyping technologies for
14 Hannoun C, Horal P, Lindh M. Long-term mutation rates in pharmacogenomics. Am J Pharmacog 2001;1:295-302



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

World Chin J Digestol 2003 July;11(7):920-924
ISSN 1009-3079 CN 14-1260/R
2003

. VIRAL HEPATITIS *

X

L . 302
. 100039
, ,1963-08-17 . .1986
, ,1989 ,
,1994 , ,1994-11-17/1997-
12-01
, 5 300 .
, N0.C03011402, No.C30070689
‘ ” , N0.98D063
, N0.98H038
oo , N0.01Q138
“o oo , No.01MB135

,100039, 100 , 302
cj@genetherapy.com.cn
:010-66933391
:2003-01-11

:010-63801283
:2003-03-21

Screening and identification of genes
transactivated by hepatitis B virus X
protein by microarray assay

Jun Cheng, Yan Liu, Yuan Hong, Jian-Jun Wang, Qian Yang

Jun Cheng, Yan Liu, Yuan Hong, Jian-Jun Wang, Qian Yang, Gene
Therapy Research Center, Institute of Infectious Diseases, The 302
Hospital of PLA, Beijing, China

Supported by Grants from National Natural Science Foundation No.
C03011402, No.C30070689, and Returned Scholarship of General Lo-
gistics Department of PLA.

Correspondence to: Dr. Jun Cheng, Professor, Gene Therapy Research
Center, Institute of Infectious Diseases, 302 Hospital of PLA, 100
Xisihuanzhong Road, Beijing 100039, China. cj@genetherapy.com.cn
Received:2003-01-11 Accepted:2003-03-21

Abstract

AlIM:Hepatitis B virus X protein (HBxAg) is a strong
transactivator implicating in the transformation of normal
hepatocyte and carcinogenesis. To understand the molecular
mechanism of HBxAg in the up- and down-regulated genes
of hepatocyte, we conducted microarray assay.

METHODS: The coding sequence of HBxAg was amplified
by polymerase chain reaction (PCR) by using pCP10 con-
taining the full length HBV genome DNA as the template.
The expression of HBxAg in the transfected HepG2 cells
was confirmed by Western blot methods. Total mMRNA was
isolated from the transfected HepG2 cells with pcDNA3.1
(-) and pcDNA3-HBxAg, respectively. cDNA was prepared
by reverse transcription. Microarray was conducted for screen-
ing of up- and down-regulated genes of both HepG2 cells.

RESULTS:The expressive vector of pcDNA3-HBXAg has been
constructed and confirmed by restriction enzyme digestion

and DNA sequencing. The expression of HBxAg has been
confirmed by Western blot analysis. After screening with
DNA microarray, we found 16 genes have been up-
regulated, and 58 genes have been down-regulated.

CONCLUSION:The HBxAg is a very strong transactivator.
Microarray is an important choice for the analysis of target
genes of HBxAg transactivation.

Cheng J, Liu Y, Hong Y, Wang JJ, Yang Q. Screening and identifica-
tion of genes transactivated by hepatitis B virus X protein by microarray
assay. Shijie Huaren Xiaohua Zazhi 2003;11(7):920-924
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Abstract
AIM: To study the target genes transactivated by HBxAg.

METHODS: Specific primers were designed and synthe-
sized according to the HBV DNA sequence of subtype. Poly-
merase chain reaction (PCR) was conducted to amplify
HBxAg coding sequence by using pCP10 plasmid containing
2 copies of head to tail HBV DNA as the template. The
expressive vector of pcDNA3-HBxAg was constructed for
the transfection of hepatoblastoma cell line HepG2 by
Lipofectamine PLUS reagent. Total RNA was prepared from
HepG2 and HepG2 cells transfected by pcDNA-HBxAg vector.
The RNA was reversely transcribed for further microarray
assay.

RESULTS: From the microarray assay, 16 genes were found
to be up-regulated, and 58 genes down-regulated. Among

them, one gene named XTP10 without known function with
1 206 nt in length, was up-regulated. The encoded protein
consisted of 401 amino acid residues (aa).

CONCLUSION: HBxAg is a potential transactivator. DNA
microarray is a liable and efficient method for analysis of
differentially expressed genes. Molecular biological methods
in combination with bioinformatics pave the way for the
discovery of new genes transactivated by HBxAg with un-
known functions.

Cheng J, Liu Y, Hong Y, Wang L, Zhong YW, Dong J, Wang G. Identi-
fication and characterization of gene 10 transactivated by hepatitis B
virus X protein with DNA microarray assay. Shijie Huaren Xiaohua
Zazhi 2003;11(7):925-929

(HBV)X (HBxAQ)
HBxAg
, (DNA chips)
HBxAg HepG2 ,
HBxAg , HBxAg
, HBV
(HCC)
2 HBV DNA pCP10
, ayw HBV DNA . ,
PCR pcDNA3.1(-) ,
HepG2, RNA
16 HBxAg ,
s . HBXxAg
, (ORF) 1206
(nt), 401 (aa) ,
XTP10.
:HBxAg
10 . 2003;11(7):925-929

http://lwww.wjgnet.com/1009-3079/11/925.asp

(HBV)
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(ORF) X (HBxAQ) 2.4 16 HBxAg
(transactivation) ,  HBV , ,

o4, HBxAg (NIH) (NLM) (NCBI)
(HCC, hepatocellular carcinoma) (GenBank)
) , , (BLASTN), HBXxAg
-7, HBXxAg ( 1), XTP10.
, (DNA chips) , HBXxAg (ORF) 1206 (nt), 401
, (aq) . GenBank
HBxAg , , NM_024824.

ATG ATC TCA TTG ACG AAG ACC TCA ACT TTG
1 M [ s L T K T s T L
1.1 HepG2 IM109( TGC AGG AGA ATC CCT TAT CTC AGA AAA AAA

), PcDNA3.1(-) (Invitrogen); Lipofectamine c R R I P Y L R K K
PLUS (Gibco), mRNA Purification CCT ACA GTG ACA CTT ACA TAT GGT TCT TCT
(amersham pharmacia biotech), PCR-Select cDNA Sub- P T Vv T L T Y G S S
traction , 50" CR Enzyme Mix., Advantage PCR CGC CCT TCT ATT GAA ATT TAT CGA CCA CCT
Cloning (Clontech), High Pure PCR Product Puri- R P S ' E ! Y R P P
fication (Boehringer Mannheim), T7. SP6 GCA AGT AGA AAT GCA GAT AGT GGT GTT CAT

pGEM-Teasy (Promega). A8 R N A D S§ 6 V H

1.2 TTA AAC AGG TTG CAA TTT CAA CAG CAG CAG
1.21 X LN R L Q F Q Q Q Q@
2 HBV DNA pCP10 ’ AAT AGT ATT CAT GCT GCC AAG CAG CTT GAT
ayw HBV DNA i , N s I H A A K Q L D

PCR _ HBXAg TA ATG CAG AGT AGT TGG GTA TAT GAA ACA GGA

M Q S S W VvV Y E T G

DCDNA3.1(<) ' DCDNA3.1(-)- CGT TTG TGT GAA CCA GAG GTG CTT AAC AGC
HBXAGE. R L c E P E V L N s
129 HepG2 TTA GAA GAA ACG TAT AGT CCG TTC TTT AGA
HepG2 RPMIL640 . 1d - FFE T oY s PR FOR
759 ’ Lipofectamine PLUS AAC AAC TCG GAG AAA ATG AGT ATG GAG GAT
, DNA 1. N N s E K M S M E D

a8h 513 GAA AAC TTT CGG AAG AGA AAG TTG CCT GTG
1.23 RNA Trizol i § - R “« R « L P
RNA. . GTA AGT TCA GTT GTT AAA GTA AAA AAA TTC

Vv S s vV VvV K Vv K K F

124 AAT CAT GAT GGA GAA GAG GAG GAA GAA GAT
’ N H D G E E E E E D

GAT GAT TAC GGG TCT CGA ACA GGA AGC ATC

D D Y G s R T G s [

2.1 X TCC AGC AGT GTG TCT GTG CCT GCA AAG CCT
’ s s s v s v P A K P

’ GAA AGG AGA CCT TCT CTT CCA CCT TCT AAA

. E R R P s L P P S K

22 RNA RNA 2.6y, CAA GCT AAC AAG AAT CTG ATT TTG AAG GCT
. Q A N K N L I L K A

2.3 . ATA TCT GAA GCT CAA GAA TCC GTA ACA AAA
pcDNA3-HBxAg HepG2 I S E A Q E S v T K

pcDNA3.1(-) HepG2 , ACA ACT AAC TAC TCT ACA GTT CCA CAG AAA

HBxAg 16 , 58 T T N Y S T Y P Q K
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(AP-DD-RT-PCR, arbitrary primer differential display
reverse transcription polymerase chain reaction) .
(RDA, representative differential display) .
(SSH, suppression subtractive
hybridization) . N

\ (microarray)
[20,21]

)

( ) . (HGP)

10

’

RDA. AP-DD-RT-PCR  SSH ,

[22-29]

HBXAg ,

HBxAg :Guoetal
103-117 aa . Madden et al &
, N C ,
32-148 aa :105-148

; 32-66 aa . Haviv et al 2
C 134-139 aa(LGGCRHK) , HBXxAg
. Bouchard et al ®* 3
46-52 aa( Pro-46 . His-49 . His-
Cys-61. Gly-67. Pro-68. Cys-
Phe-132. Cys-137. His-139),

52), 61-69 aa(
69), 132-139 aa(

~

’

/ ,
Kunitz Kunitz
.N 5-27aa C 143-154 aa s

HBxAg
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HBV , HBxAg HCC HBxAg Spl IGF-II
. Ogden et al B HBxAg Pflum et al B , HBxAg CREB ,
, Vero HBXxAg DNA . HBxAg
b(IFN b) (CAT) , Ser-133
HBxAg CREB . HBxAg Camp
, HBV C , )
SV40 / . . Park et al ° p53
(LTR). IFNDb ,  c-myc, Hep3B ,  HBxAg
-DR(HLA-DR). -1(MHC-1) , p21l(wafl/cipl)mRNA
-8(IL-8) HBV , CDK2 ,
HBXAg E CDK2
, Leeetal ® HBxAg H1 , p21 .
, HBXAg 3pX-1 , p21 -1185 -1482nt
4pX-1. 3pX-1 , HBxAg ets
, Ras-Raf-MAPK , HBxAg psS3
4pX-1 INK p21(wafl/cipl) fa1-41],
. HBxAg 3pX-1  4pX-1 , HBxAg
. 2 )
, 3pX-1 HBXxAg s X
Gl. S G2/M )
D1.A Bl , Cdc2 .
4pX-1 HBxAg Gl S ,
, S , Cdc2 ; ,
4pX-1 HBxAg , ,
p21(Cipl). p19(ARF). ; ,
bax -3 ; ,
(IGFBP-3) HBxAg : ,
) Cdc2 ,  4pX-1
HBxAg G2/M .HBV HBxAg 18.49]
Fas (FasL) ,
(HCC) :
HBxAg , (reverse genetics) ,
HBV HCC , ,
, HBXAg , ,
,Nijhara et al ,
, , , PCR ,
, 50% cDNA ,
HBXAg . Tarn et al B HBXxAg ,
RAS-RAF-MAPK  JNK DNA-RNA- , )
. Kang-Park et al ¥ HBxAg . ,
Spl I(IGF 1) 4 DNA
, PKC  p44/p42MAPK
, PMA PKC , PKC , ,
Spl , P4
. PKC Go6976 Spl , ) ’
P4 IGF-11 mMRNA
. MEK u0126 Spl
, P4 IGF-11 mRNA ) ’ . .
PKC. p44/p42 MAPK , 1997:42-46
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Abstract

AIM: To understand the target genes up-regulated or down-
regulated by NS3 protein, we compared the differentially
expressed genes between the hepatoblastoma cell line
HepG2 transfected by pcDNA3.1(-) and pcDNA3.1-NS3,
respectively by cDNA microarray technique.

METHODS: The NS3 coding DNA fragment was amplified
with polymerase chain reaction (PCR) technique by using
pBRTM3011 containing the full length of HCV-H cDNA as
the template. The expressive vector of pcDNA3.1-NS3 was
constructed by routine molecular biological methods. The
HepG2 cells were transfected by pcDNA3.1(-) and pcDNA3.1-
NS3, respectively using lipofectamine. The total RNA was
isolated and reverse transcribed. The cDNAs were subjected
for microarray screening with 1 152 cDNA probes.

RESULTS: The expressive vector has been constructed and

confirmed by restriction enzyme digestion and DNA sequencing
analysis. The expression of NS3 protein has been confirmed
by Western blot with single chain variable region (scFv)
antibody. High quality mRNA and cDNA had been prepared
and successful microarray screening had been conducted.
From the scanning results, it was found 34 genes were
up-regulated and 37 genes were down-regulated by NS3
protein of HCV.

CONCLUSION: NS3 protein is a transactivator. The expression
of NS3 protein affected the expression spectrum of HCV
infected hepatocyte. The microarray is an important technique
for the study of transactivating effects for viral proteins.

Cheng J, Liu Y, Hong Y, Wang JJ, Yang Q. Screening and identification
of genes trans-regulated by hepatitis C virus NC3 protein with microarray
assay. Shijie Huaren Xiaohua Zazhi 2003;11(7):930-934

: (HCV) 3(non-structural
protein 3, NS3) HCV
. NS3 HCV
NS3 )
pcDNA3.1(-) pcDNA3.1(-)-
NS3 HepG2
HCV-H cDNA pBRTM3011
, (PCR) NS3
pcDNA3.1(-)-NS3.
HepG2, MRNA, cDNA,
pcDNA3.1(-) HepG2 DNA
: DNA
, . Western blot
HepG2 NS3
. MRNA cDNA,
DNA . 1152 ,
34 , 37
:HCV NS3 .NS3
.DNA
'3 o ’. . 2003;11(7):930-934

http://www.wjgnet.com/1009-3079/11/930.asp
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0
(HCV) , RNA.
HCV , 50-80 %,
, -Hev

3.2 %" HCV N
(CHC, chronic hepatitis C). (liver cirrhosis) .
(HCC, hepatocellular carcinoma) ,
(steatohepatitis) . [431,
, HCV (HBV)
. HCV
(ORF, open reading frame),
(aa) ,
, 10
7], HCV DNA
, HCV DNA
, , HCV ,
HCV -
, HCV ,
HCV
[8—12].
HCV ,
3(NS3) 5A(NS5A)
(transactivation)

3 000

(core)

[13-15]

’

(microarray)
, , HCV
, HCV NS3
HepG2 )
HCV NS3 )
HCV , HCV HCC

1
1.1 HepG2
), PCDNA3.1(-) (Invitrogen); Lipofectamine
PLUS (Gibco), mRNA Purification
(amersham pharmacia biotech), PCR-Select cDNA Subtraction
, 50" CR Enzyme Mix., Advantage PCR Cloning
(Clontech), High Pure PCR Product Purification
(boehringer mannheim), T7. SP6 pGEM-
Teasy (Promega).
1.2
1.2.1 HCV NS3
pcDNA3.1(-)-NS3 Lipofectamine
PLUS 2 mg pcDNA3.1(-)-NS3  pcDNA3.1
(=) 35 mm HepG2 , 48h

IM109(

1.2.2 mRNA mRNA Purification s
NS3 HepG2
mRNA,

1.2.3 Schenaet al
. Cy3-dUTP mRNA(5 ny),

Cy5-dUTP MRNA(5 ng).
20 ML 5" SSC+2g/L SDS
1.2.4 1152

cDNA

cDNA

PCR , PCR

1 000-3 000 bp. 0.5 ny/m 3 x

SSC , Cartesian Cartesian 7 500
TeleChem }
(2 h). (30 min), (UV) ,
2g/L SDS. 29/L 10 min,
1.25 95 C
5 min, , 60 C
15-17h. 2 x SSC+2g/L SDS. 0.1 x SSC +2 g/L
SDS. 0.1 x SSC 10 min,
1.2.6 General Scanning ScanArray
3000 . (24
) 2 , 48 ) Cy3 Cy5
ImaGene 3.0
Cy3. Cy5 , Cy5/Cy3
: Cy5/Cy3 > 2.0, , ;
Cy5/Cy3 < 0.5, ,
2
2.1 HCV NS3 HCV NS3
pcDNA3.1(-)-NS3 .
22 RNA mRNA . RNA
A260/A 280>1.89, 70 C 1h
-20°C 1h , 28 S
, RNA. mRNA
0.9-4.0 kb
2.3 HCV NS3
, Cy5/Cy3 2.000 ,
HCV NS3 : 34
( 1)
2.4 HCV NS3
, Cy5/Cy3 0.500 ,
HCV NS3 : 37

( 2.
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1 HCV NS3
Cy3/Cy5

1 2.010 FLJ21930

2 2.026 4(AGP4)

3 2.042 MAD 2(MADH2)

3 2.044 N- (HNMT)

4 2.054 S- (AHCY)

5 2.069 FYN- (FYB-120/130)(FYB)

6 2.087 p53 MDM4

7 2.113 cDNA , EUROIMAGE 233360

8 2.113 2(GPX3)

9 2.135 5(MAP3KS5)
10 2.141 A10(MAGEA10)
11 2.154 J3(KCNJ3)

12 2.166 2(FGFR2)
13 2.188 FK506 (FAP48)
14 2.202 1(TXNRD1)
15 2.222 13
16 2.250 M3(GRM3)
17 2274 1 o (CSNK1A1)
18 2.286 BCL-10
19 2.292 LIM 1(ABLIM-1)
20 2.300 X 1(FMR1)
21 2.332 XI a (COL11A1)
2 2.394 LR 8(LRS)
23 2411 Cc5 (SC5DL)
24 2.420 2(CUL2)
25 2514 B(SAFB)
26 2519 (p58/GTA)
27 2.528 b1l a
28 2.566 1(AP1M2)
29 2.596 KIAA0942
30 2.706 KIAA1641
31 2.728 FLJ21819
32 2.776 2(LAMP2B)
33 2.832 1(MADI1L1)
34 3.147 2(EEF2)

2 HCV NS3

Cy3/Cy5

1 0.296 HIV-1 Tat 2(HTATIP2)

2 0.313 DNA 1(SSBP1)

3 0.329 (MAGOH)

3 0.364 1 a 3(GUCY1A3)

4 0.372 CGI-99 (LOC51637)

5 0.375 105 kD(HSP105B)

6 0.377 2(TTC2)

7 0.379 RAD23 B(RAD23B)

8 0.391 H1(Rnase H1)
9 0.391 HSPC111
10 0.400 (GLRX)
11 0.402 6(DAXX)
12 0.425 p53 (TP53BPL)
13 0.429 ATP (ATP5G1)
14 0.433 10(HSPE1)
15 0.434 153(NUP153)
16 0.436 5(PFDN5)
17 0.438 a 2(PSMA?2)
18 0.443 S5(RPS5)
19 0.446 8(HSPAS)
20 0.452 MGC2668
21 0.453 G(SNRPG)
2 0.465 a 3(PSMA3)
23 0.466 (PP)
24 0.468 S- 3(MGST3)
25 0.469 CD14
26 0.477 S14(RPS14)
27 0.477 L10a(RPL10A)
28 0.482 1(CFDP1)
29 0.483 TNF 2(TRAF2)
30 0.485 25
31 0.487 ralA (RALBP1)
2 0.488 20 1(C200rf1)
33 0.492 1G(MT1G)
34 0.497 17(HMG17)
35 0.499 ATP  (ATP5G2)
36 0.499 1(ICT1)
37 0.500 1(DAD1)
3
(HCV) 3(NS3)
. RNA , HCV
[16—22].
Koch et al * NS3 NS5A
. NS5A ,
. HCV RNA . NS5A
1b  HCV-J, NS5A
(Pp56) , NS4A ,
NS5A(pp58). NS5A
2 1b Hcv
, NS3-5A
) , NS5A
. NS3 ,
, NS5A
NS4A
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NS5A
NS3-5A NS5A
HCV
. HCVRNA . Alizaki et al **
PCR , HCV
HCV 12 s 4
, -1(forkhead transcription factor,
FREAC-1). 2(poly A binding protein,
PABP2), Ras -1(ras suppressor, Rsu-1),
T
(MHC) HCV
2529 lizuka et al B HBV HCV
HCC 6 000
, 83
. 31 HBV HCC
, 52 HCV HCC .31
H19 IGF2, N
.52 )
, HBV  HCV HCC,
HCC
. HCV NS5A
HCV
NS5A
B1-¥1_ Girard et al
, NS5A (Huh?)
50 2 , 41 , 9
. NS5A OAS-p69.
NS5A Huh7 -8(IL-8)
Huh? IL-8,
NS5A , )
OAS-p69
HCV
HCV
. Bigger etal
, HCV
. HCV 6-8 wk
, HCV HCV
14 wk . HCV R
, 3
. HCV
2d . ,
(biphasic
mechanism). Lanford et al “* HCV ,

HCV .
s HCV .
HCV, HCV
s HCV
, Okabeetal *
20 s 23 040
. HBV HCV HCC
.Huang etal *4
6416 " HCV
HCV
. Zhao et al HCV RNA
HCV 5’ -
, , 60 HCV RNA
, 60 HCV RNA
. PCR HCV
RNA HCV RNA
.60 HCV RNA
, 46 1b, 3 3a, 3 3b, 2
2a, 2 2b, 2 1b. 2a , 2 3a

, 50 b , 3 3a ,
3 3b , 2 2a  , 2 2b .2

93.3 %. HCV

[44-46]

RNA

1 , . . 1
, 1997:42-46

2 Laviada MD, Roy P, Sanchez-Vizcaino JM, Casal JI. The use of
African horse sickness virus NS3 protein, expressed in bacteria,
as a marker to differentiate infected from vaccinated horses.
Virus Res 1995;38:205-218

3 Livache T, Fouque B, Roget A, Marchand J, Bidan G, Teoule R,
Mathis G. Polypyrrole DNA chip on a silicon device: example of
hepatitis C virus genotyping. Anal Biochem 1998;255:188-194

4 Thung SN, Shim KS, Shieh YS, Schwartz M, Theise N, Borcich
A, Katz E, Miller C, Gerber MA. Hepatitis C in liver allografts.
Arch Pathol Lab Med 1993;117:145-149

5 Rehermann B, Chang KM, McHutchinson J, Kokka R, Houghton
M, Rice CM, Chisari FV. Differential cytotoxic T-lymphocyte
responsiveness to the hepatitis B and C viruses in chronically
infected patients. J Virol 1996;70:7092-7102

E2
2001;16:220-223

7 Woitas RP, Sippel M, Althausen EM, Brackmann HH, Kochan

B, Matz B, Rockstroh JK, Sauerbruch T, Spengler U. Differen-
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Abstract

AIM: To explore the new target genes transactivated by HCV
NS5A, we conducted microarray assay on the hepatoblastoma
HepG2 and HepG2 transfected by NS5A expressive vector.

METHODS: Sequence specific primers were designed and
synthesized according to the HCV-H strain of virus sequence.
Polymerase chain reaction (PCR) was conducted to amplify
the NS5A coding gene for the construction of expressive
vector pcDNA3.1(-)-NS5A. Hepatoblastoma cell line HepG2
was transfected with plasmid DNA of pcDNA3.1(-)-NS5A,
and total RNA was purified from it. Reverse transcribed
cDNA were subjected to microarray assay. The coding gene
transactivated by HCV NS5A was cloned by bioinformatics
methods.

RESULTS: The expressive vector had been constructed and
approved correct. The RNA had been purified from HepG2

and HepG2 cells transfected with pcDNA3.1(-)-NS5A,
respectively. The cDNA derived had been subjected to
microarray assay. New gene named NS5ATP10 had been
cloned in combination of molecular biological and bioinformatics
methods.

CONCLUSION: HCV NSb5A is a potential transactivator.
Microarray is an efficient and convenient method for analy-
sis of differentially expressed genes. A new gene has been
recognized as the new target transactivated by HCV NS5A
protein. These results pave the way for study on the
transactivation of HCV NS5A protein.

Cheng J, Liu Y, Hong Y, Wang L, Zhong YW, Dong J, Wang G. Identi-
fication and characterization of gene 10 transactivated by hepatitis C
virus non-structural protein 5A with DNA microarray assay. Shijie Huaren
Xiaohua Zazhi 2003;11(7):935-938

(HCV) 5A(NS5A)
HCV NS5A
(microarray)
HepG2 HCV
HCV-H N
HCV-H cDNA pBRTM-3011 DNA
) (PCR) , HCV
NS5A TA
, pcDNA3.1(-)-NS5A.  pcDNA3.1
(-)-NS5A HepG2, RNA,
cDNA .
, (bioinformatics), HCV
NS5A

pcDNA3.1(-)-NS5A,

pcDNA3.1(-)-NS5A HepG2 RNA,
NS5A ,
NS5ATP10, 717
(nt), 238 (aa)
- HCV NS5A
HCV NS5A
, , HCV NS5A
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0
(HCV) RNA ,
, (ORF),
[1—4].
3010 (aa) ,
.HCV 5A(NS5A)
-8, , HCV NS5A
, NS5A (heterogeneity)
o (IFN o) ,  HCV NS5A
(ISDR, interferon sensitivity determinant region).
, NS5A
Al All , NS5A
, , NS5A
(steatohepatitis) [-16],
NS5A
NS5A , NS5A
, HCV (HCC,
hepatocellular carcinoma)
[t7-28], , NS5A
HepG2
, NS5A
, NS5ATP10.
1.1 HepG2 JM109
, PcCDNA3.1(-) Invitrogen ;
Lipofectamine PLUS Gibco , MRNA
Purification Amersham Pharmacia Biotech,

PCR-Select cDNA Subtraction
Mix. Advantage PCR Cloning

, 50" PCR Enzyme
Clontech, High

Pure PCR Product Purification Boehringer
Mannheim , T7. SP6 pGEM-Teasy
Promega . NS3
pcDNA3.1(-)-NS5A . DNA
1.2
1.2.1 NS5A
HCV-H N
, HCV-H cDNA (Rice CM,
Rockfeller University, USA) ,
(PCR) NS5A . TA

pcDNA3.1(-) , pcDNA3.1(-)-NS5A.
1.2.2 HepG2
DMEM . , 1d )
75 % , Lipofectamine PLUS
, DNA 2 ny. 48 h
123 RNA HepG2
RNA,
1.2.4
1.25
, pcDNA3.1(-)-
NS5A ,
2
2.1 pcDNA3.1(-)-
NS5A
2.2 RNA N
, RNA 3.2 ny,
2.3
, HCV NS5A ,
, NS5ATP10.
2.4 HCV NS5A
HCV NS5A
1. 717 (nt),
238 (aq)

ATG TAC GCC CCC GGA GGC GCA GGG CTG CCC
M Y A P G G A G L P
GGC GGG CGC CGG CGG AGG AGC CCG GGA GGC
G G R R R R S P G G
AGC GCT CTG CCC AAG CAG CCG GAG CGT AGC
s A L P K Q P E R s
CTG GCC TCG GCC CTG CCT GGC GCC CTG TCT
L A S A L P G A L s
ATC ACG GCG CTG TGC ACT GCC CTC GCC GAG
[ T A L c T A L A E
CCC GCC TGG TTG CAC ATC CAC GGA GGC ACC
P A W L H [ H G 6 T
TGT TCG CGC CAG GAG CTG GGG GTC TCC GAC
c s R Q E L 6 V S D
GTG TTG GGC TAT GTG CAC CCG GAC CTG CTG
vV L 6 Y V H P D L L
AAA GAT TTC TGC ATG AAT CCC CAG ACA GTG



. 5A 10 937

CTG CTC CTG CGG GTC ATC GCC GCC TTC TGT regulation). HCV ,
L L L R V 1 A A F cC [20-26]

TTC CTG GGC ATC CTG TGT AGT CTC TCC GCT N

F L G I L o s L s A .

TTC CTT CTG GAT GTC TTT GGG CCG AAG CAT

F L L D \Y F G P K H . (HNF, hepatocyte
CCT GCT CTG AAG ATC ACT CGT CGC TAT GCC nuclear factor)

P A L K I T R R Y A DNA

TTC GCC CAT ATC CTA ACG GTT CTG CAG TGT

F A H I L T v L Q o .

GCC ACC GTC ATT GGC TTT TCT TAT TGG GCT (cell cycle). (apoptosis) .
A T \Y [ G F S Y w A (differentiation), (signal transduction)
TCT GAA CTC ATC TTG GCC CAG CAG CAG CAG ,

s E L I L A Q Q Q 0 [27-36],

CAT AAG AAG TAC CAT GGA TCC CAG GTC TAT NS5A

H K K \ H G S Q v Y

GTC ACC TTC GCC GTT AGC TTC TAC CTG GTG ,

’

GCA GGA GCT GGT GGA GCC TCA ATC CTG GCC NS5A (ER), NS5A
A G A G G A S | L A
ACG GCA GCC AAC CTC CTG CGC CAC TAC CCC NS5A ,
T A A N L L R H Y P NS5A  N- [37-401
ACA GAG GAA GAG GAG CAG GCG CTG GAG CTG
T E E E E Q A L E L N- 146 aa DNA
CTC TCA GAG ATG GAA GAG AAC GAG CCC TAC GAL4( ) HCV NSHA
L S E M E E N E P Y
CCG GCG GAA TAT GAG GTC ATC AAC CAG TTC GAL4 DNA HCV NS5A
P A E \% E \Y 1 N Q F , NS5A
CAG CCA CCC CCT GCT TAC ACA CCC TAA 2135 233laa . NS5A
Q P P P A Y T P * (2143-2184 aa, 2220-2 273 aa)
(2 282-2 327 aa).
1 5A 10 NSSA 2
NS5A ,
3 2
NS5A ,
, ’ NS5A
, Gong et al , NS5A
hov . NF-kB  STATS3, \
) . NS5A
(cis) (trans) 2 NF-kB  STAT-3 . NS5A
i . Ca**
, , NF-kB  STAT-3
. STAT-3 NS5A
) , DNA N- -L- (NAC) Ca*
(EGTA-AM, TMB-8) , NS5A NF-kB
, STAT-3 . NS5A

2 (up-regulation) (down-
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) HCV NS5A
2002;10:133-136
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HCV NSHA NS
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2002;27:341-342
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Abstract
AIM: To study genes trans-regulated by nonstructural protein
5A of hepatitis C virus by microarray assay.

METHODS: The recombined expression plasmid pcDNA3.1
(-)-NS5A was constructed, and HepG2 cells were
transfected. Total mRNA was isolated from the HepG2 cells
transfected with pcDNA3.1(-) and pcDNA3-NS5A,
respectively. Microarray was employed for detecting and
analyzing of both mRNA from the HepG2 cells.

RESULTS: After transfecting HepG2 cells, we found 28
genes have been up-regulated, and 26 genes down-
regulated. Their encoding proteins were involved in cell
signal transduction, cell proliferation and differentiation.

CONCLUSION: Microarray technology is successfully used
to screen the genes trans-regulated by nonstructural pro-
tein 5A of hepatitis C virus, which brings some new clues
for studying the trans-regulated and immune regulation
mechanism of NS5A.

Hong Y, Liu Y, Cheng J, Yang Q, Wang JJ. Genes trans-regulated by
nonstructural protein 5A of hepatitis C virus with microarray assay. Shijie
Huaren Xiaohua Zazhi 2003;11(7):939-942
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Abstract

AIM: To study of genes trans-regulated by C-terminally
truncated middle surface protein of hepatitis B virus by
microarray.

METHODS: The recombined expression plasmid pcDNA3.1
(-)-MHBst was constructed, and HepG2 cells were
transfected. Total mRNA was isolated from the HepG2 cells
transfected with pcDNA3.1(-) and pcDNA3-MHBst,
respectively. Microarray was employed for detecting and
analyzing of both mRNA from the HepG2 cells.

RESULTS: After transfecting HepG2 cells, it was found 14
genes had been up-regulated, and 23 genes down-regulated.
Their encoding proteins were involved in cell signal
transduction, cell proliferation and differentiation.

CONCLUSION: Microarray technology is successfully used
to screen the genes trans-regulated by C-terminally trun-
cated middle surface protein of hepatitis B virus, which
brings some new clues for studying the trans-regulated
and immune regulation mechanism of MHBst.

Hong Y, Liu Y, Cheng J, Yang Q, Wang JJ. Genes trans-regulated by
C-terminally truncated middle surface protein of hepatitis B virus with
microarray assay. Shijie Huaren Xiaohua Zazhi 2003;11(7):943-946
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Abstract

AIM: To investigate the transactivating effect of HCV core
protein on Weel gene and the molecular biological mechanisms
of HCV core protein in HCV pathogenicity.

METHODS: Polymerase chain reaction (PCR) technique
was employed to amplify the sequence of Weel promoter
from HepG2 genomic DNA, and the product was cloned
into pGEM-T vector. The Weep gene was cut from T-Weep
by Kpnl and Xhol, and then cloned into pCAT3 basic, named
pCAT3- Weep. pCAT3-Weep was transfected into the
hepatoblastoma cell line HepG2 and cotransfected HepG2
cells with pcDNA3.1(-)-core by FUGENE 6 transfection
reagents. The HepG2 cells transfected with pCAT3-basic
was used as negative control. The activity of CAT in HepG2
cells transfected was detected by an ELISA kit after 48
hours, which reflected the transactivating function of HCV
core protein to Weel gene promoter.

RESULTS: The expressive vector pcDNA3.1(-)-core and report
vector pCAT3-Weep have been constructed and confirmed by
restriction enzyme digestion and sequencing.The expression
of CAT in Hep G2 cells transfected with pCAT3-Weep and
pcDNA3.1(-)-core was 3.4 times as higher as that of pCAT3-
basic,and 2.3 times as higher as that of pCAT3-Weep.

CONCLUSION: It is suggested that HCV core protein can
transactivate cell cycle gene Weel promoter, and then
upregulate the expression of the gene.

Wang JJ, Liu Y, Cheng J, Yang Q, Yang YJ. Up-regulating effect of

hepatitis C virus core protein on expression of cell cycle gene Weel.
Shijie Huaren Xiaohua Zazhi 2003;11(7):947-950
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Abstract

AIM: To investigate the transactivating effect of HCV core
protein on NIP3 gene and the molecular biological mechanisms
of HCV core protein in HCV pathogenicity.

METHODS: Polymerase chain reaction (PCR) technique
was employed to amplify the sequence of NIP3 promoter
from HepG2 genomic DNA, and the product was cloned
into pGEM-T vector. The NIPP gene was cut from T- NIPP
by Sacl and Bgl, and then was cloned into pCAT3 basic,
named pCAT3-NIPP. pCAT3-NIPP was transfected into the
NIH3T3 cell line and cotransfected NIH3T3 cells with
pcDNA3.1(-)-core by FUGENE 6 transfection reagents. The
NIH3T3 cells transfected with pCAT3-basic as negative
control. The activity of CAT in NIH3T3 cells transfected
was detected by an ELISA kit after 48 hours, which reflect
the transactivating function of HCV core protein to NIP3
gene promoter.

RESULTS: The expressive vector pcDNA3.1(-)-core and report
vector pCAT3-NIPP have been constructed and confirmed
by restriction enzyme digestion and sequencing.The expression
of CAT in NIH3T3 cells transfected with pCAT3-NIPP and
pcDNA3.1(-)-core was 3.6 times as higher as that of pCAT3-
basic, and 1.9 times as higher as that of pCAT3-NIPP.

CONCLUSION: It is suggested that HCV core protein can
transactivate NIP3 gene promoter and upregulate the ex-
pression of NIP3 gene.

Wang JJ, Liu Y, Cheng J, Yang Q,Yang YJ. Upregulating effect of
hepatitis C virus core protein on NIP3 gene. Shijie Huaren Xiaohua
Zazhi 2003;11(7):951-954

pCAT3-NIPP 19 , pCAT3 basic 3.6
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Abstract

AIM: HCV core protein is a potential transactivator for a
broad spectrum of hepatocellular genes. To investigate
activity of HCV core protein on laminin B1 chain promoter, we
use co-transfection methods and reporter gene expression in
hepatoblastoma cell.

METHODS: LAMB-p sequence was identified in GenBank
by bioinformatics and amplified from HepG2 genome by
polymerase chain reaction (PCR). The amplified product
was cloned into pCAT3 vector. The NIH 3T3 and COS-7
cell line were transfected by pCAT3-LAMB-p, the NIH 3T3
cell line was co-transfected by pCAT3-LAMB-p and pcDNA3.1
(-)-core. The choloraphenical acetyltransferase (CAT) ac-
tivity was detected by enzyme-linked immunosorbent
assay (ELISA) kit.

RESULTS: In all cell lines, we found pCAT3-LAMB-p had
higher activity of CAT than pCAT3-basic by ELISA kit. The
expression of CAT in co-transfection was 3.3 times as higher
as that of pCAT3-LAMB-p plasmid.

CONCLUSION: HCV-core protein has transactivity on LAMB

promoter, and this result is implicating in the pathogenesis
of fibrosis related to HCV infection

Yang Q, Liu Y, Cheng J, Wang JJ, Yang YJ, Zhang SL. Up-regulating
effect of hepatitis C virus core protein on laminin B1 chain gene
promoter. Shijie Huaren Xiaohua Zazhi 2003;11(7):955-958
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Abstract

AIM: By using yeast-two hybrid technique and bioinformatics
analysis, human hepatitis C virus core protein-binding protein
6 (HCBP6) was screened and identified. To investigate activity
of HCPB6 on alpha chain of nascent polypeptide-associated
complex (NACA) promoter by co-transfection and reporter
gene expression methods.

METHODS: Promoter DNA sequence for a subunit a of
nascent polypeptide-associated complex was identified in
GenBank by bioinformatics and amplified from HepG2 genome
by polymerase chain reaction (PCR). The amplified product
was cloned to pCAT3 vector. The NIH 3T3 and COS-7 cell
line were tranfected by pCAT3-NACA-p,the NIH 3T3 cell
line was co-tranfected by pCAT3-NACA-P and pcDNA3.1
(-)-HCBP6. The chloromycin acetyltransferase (CAT) activity
was detected by an enzyme-linked immunoassay (ELISA) kit.

RESULTS: In all cell lines, we found pCAT3-NACA-p had
higher activity of CAT than pCAT3-basic by ELISA kit. The
expression of CAT tested in co-transfection was 4 times
as higher as pCAT3-NACA-p plasmid.

CONCLUSION: HCBP6 has trans-activity on NACA promoter,
and this result implicates HCBP6 can affect metabolism.

Yang Q, Liu Y, Cheng J, Li K, Wang JJ, Hong Y, Zhang SL. Up-regulating
effect of human hepatitis C virus core protein-binding protein 6 on
NACA gene promoter. Shijie Huaren Xiaohua Zazhi 2003;11(7):959-962
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Abstract

AIM: To clarify the relationship of splenic ultrasonography
in liver fibrosis and carcinogenesis associated with hepatitis
B, the spontaneous conversion of HBeAg to Anti-HBe and
AFP level.

METHODS: The indexes of spleen ultrasonography of liver
fibrosis along with carcinogenensis related with hepatitis
B, positive rates of HBeAg or Anti-HBe and AFP levels were
compared in different liver fibrosis stages and hepatocellular
carcinoma (HCC) related with hepatitis B.

RESULTS: The lengths of spleen (mm) in stages of liver fibrosis
S1, S2, S3, S4 and HCC with hepatitis B were 104.6+13.1,
108.7+13.6, 110.5+15.4, 123.0+16.8 and 116.9+28.2,
respectively; differences of splenic length between group
$4 and groups S1, S2 or S3 were significant statistically (P <0.05).
The thicknesses of spleen (mm) in groups S1, S2, S3, S4
and HCC were 35.2+6.3, 37.0+7.7, 37.849.6, 43.3+£10.8
and 40.8+11.2, respectively; difference in splenic thickness
between group S4 and S1 was significant statistically (P <0.05).
The widths of splenic vein (mm) in groups S1, S2, S3, S4
and HCC were 6.0+1.4, 6.5+1.4, 6.8+1.7, 7.8+1.7 and
6.812.6 respectively; there were differences among groups
S4 and S1 or S2 (P <0.05) statistically. The positive rates
of HBeAg were 92 %(23/25), 75.6 %(31/41), 68.8 %(22/32),
51.9 %(14/27) and 13.5 %(5/37); and the positive rates
of anti-HBe were 4 %(1/25), 19.5 %(8/41), 25 %(8/32),
33.3 %(9/27) and 70.3 %(26/37) in group S1, S2, S3, S4

and HCC, respectively; difference between each two group
among group S1, S2, S3, S4 and HCC was significant
(P <0.05). The AFP levels(ng/L) were 11.0+6.7, 49.4+74.5,
112.1+159.0, 179.3+210.8 and 367.4+617.1 in group S1,
S2, S3, S4 and HCC, respectively; there were differences
among groups HCC and S1 or S2; S4, S3 or S2 and S1
(P<0.05), statistically.

CONCLUSION: The length and thickness of spleen and width
of splenic vein were increased as the deterioration of severity
of hepatic fibrosis. The length of spleen is more sensitive
in indicating the severity of liver fibrosis. Both AFP level
and splenic size were elevated as the increase rate of
spontaneous conversion from HBeAg to anti-HBe. The risk
of hepatocellular carcinoma associated with hepatitis B
exists in any stages of liver fibrosis.

Ke WM, Lin GL, Ye YN, Lai Q, Li JG. Correlation of splenic
ultrasonography, HBV e system and AFP levels in hepatitis B with
hepatic fibrosis and carcinogenesis. Shijie Huaren Xiaohua Zazhi 2003;
11(7):963-965
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Abstract

AIM: To study the expression of HLA-I/antigen peptide complex
on HepG, cells transfected with HBV (adr) wild type and
nucleocapsid protein mutants.

METHODS: The site-directed mutation was performed to
introduce nucleocapsid protein point mutations V60 and
L97 into 1.2 copies of HBV genome plasmid p3.8 II. After
identification of DNA sequence and biological activities, the
plasmid p3.8 I and mutant plasmid constructs were
subcloned respectively into EB virus based vector EBO-plpp
for stable expression. The vector constructed EBO-wild type,
EBO-V60, and EBO-L97 were analyzed by restriction en-
zyme digestion and DNA sequenceing, then transfected
into HepG, cells via the liposome technique, respectively.
HBV antigen in their culture supernatants was quantified
by Abbott kits. The cells were stained with murine mono-
clonal antibody anti-HLA-ABC conjugated directly to FITC,
and expression of HLA-I on their membrane was analyzed
by flow-cytometry.

RESULTS: Restriction enzyme digestion of 3 vector constructs
showed two bands similar to HBV 1.2 copies genome and
EBO vector, respectively. Analysis of DNA sequence confirmed
the mutated nucleotides of EBO-V60 and EBO-L97 (i.e
nt2078 C — G, nt2189 A — C). The expression of HBeAg
S/CO in culture supernatant of EBO-wild type was much
higher than that of mutant EBO-V60 and EBO-L97, while the
expression of HBsAg S/N in three constructs had similar
level, indicating similar transfecting rate in this experiment.

The expression of HLA-I on HepG; cells transfected with
EBO empty vector was at low level. Fluorescence intensity
of HLA-I expression of transfected cells was elevated by
EBO-wild type (18.2), while that of L97 was increased to
34.5 and V60 declined to 3.4.

CONCLUSION: HBV might enhance the expression of HLA-
I/antigen peptide complex on HepG, cells. Hot-spot muta-
tions of HBV nucleocapsid protein L97 and V60 could influ-
ence the expression level of HLA-I on host cells.

Chen WH, He HT, Zhang MX, Liu ZH, Zhou YX. Expression of HLA-I on
HepG; cells by hepatitis B virus nucleocapsid mutants. Shijie Huaren
Xiaohua Zazhi 2003;11(7):966-969
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] c [24-26]
| HLA-I .
c , HBV EBO-WT EBO-plpp
]
© 5 HepG, HLA-I
b | , (Zhou et al 1990, Takehara et al 1992)
i , HBV
1 1000 HLA-I
- FITC HLA-I ,
D
[27-31]
N\ 2
3 ! \ EBO-WT, EBO-L97 EBO-V60
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Abstract

AIM: To investigate effects and mechanism of tetrandrine
(Tet) and glycyrrhizinic acid(Glz) in combination on metabolism
of extracellular matrix in hepatic fibrotic rats induced by
carbon tetrachloride.

METHODS: The hepatic fibrosis model rats induced with
carbon tetrachloride were grouped randomly into 5 mg/kg,
10 mg/kg, 20 mg/kg Tet, 5 mg/kgTet+50 mg/kgGlz,
10 mg/kgTet+50 mg/kgGlz, 20 mg/kgTet+50 mg/kgGlz and
50 mg/kgGlz groups. Rats in experimental groups were admin-
istrated with Tet and or Glz by gavage or peritoneal injection
every day. Serum levels of HA, LN, and PIIIP were detected with
radioimmunoassay. Histopathological change was examined with
VG staining and observed under light-microscope. mRNA of col-
lagen type 1 and 111 were evaluated by RT-PCR.

RESULTS: In comparison with model group, Tet and Glz in
combination could markedly decrease serum levels of HA,
LN and PI1IP(121.8+9.5 vs 58.4+7.6, 85.7+12.1 vs 46.2+7.3,
35.9+3.5 vs 23.5+2.9; P <0.05), and suppress the expressions of
type I, 111 procollagen mRNA(0.53 + 0.07 vs 0.26 * 0.09,
0.47 £ 0.05 vs 0.21 £ 0.07; P <0.05), and reduce deposition
of extracellular matrix. Compared with Tet (10mg/kg)only
group, Tet with Glz in combination could markedly reduced
the serum levels of HA, LN and PIIIP(69.2+11.1 vs 58.4+7.6;

52.346.7 vs 46.2+7.3; 29.943.2 vs 23.5+2.9; P <0.05),
and inhibit the expression of type I, 111 procollagen mRNA
(0.33+0.06 vs 0.26 + 0.09, 0.29 + 0.04 vs 0.21 + 0.07; P <0.05).

CONCLUSION: Tet and Glz in combination could inhibit
expression and deposition of extracellular matrix in fibrotic
rats more significantly than either Tet or Glz.

Wang ZR, Chen XM, Li DG, Wei HS, Huang X, Zhan YT, Lu HM.
Suppression of expression extracellular matrix in hepatic fibrosis rat
with tetrandrine and glycyrrhizinic acid. Shijie Huaren Xiaohua Zazhi
2003;11(7):970-974

(Tet) Glz)
Sprague-Dawely
. 5 mg/kg Tet . 10 mg/kg
Tet . 20 mg/kg Tet . 5mgTet+50 mgGlz .

10 mgTet+50 mgGlz . 20 mgTet+50 mg Glz 50 mg/kg
Glz . Tet /| Glz /
. VG RT-PCR N

Il I I
mMRNA

: , Tet Glz
HA. LN PIIP (121.8 + 9.5vs 58.4 + 7.6, 85.7 +
12.1vs 46.2 = 7.3,35.9 = 3.5vs23.5 + 2.9; P <0.05);
(P <0.05); Tet
(69.2 + 11.1 vs 584 + 7.6;52.3 + 6.7vs46.2 + 7.3;
299 + 32vs235 + 2.9; P <0.05). ,

Tet Glz I
MRNA (053 £ 0.07vs 0.26 = 0.09, 0.47 + 0.05vs
0.21 + 0.07; P <0.05); Tet (0.33 £

0.06 vs 0.26 + 0.09, 0.29 + 0.04vs0.21 + 0.07; P <0.05).

Tet Glz

2003;11(7):
970-974
http://lwww.wjgnet.com/1009-3079/11/970.asp
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0
(extracellular matrix, ECM)
, ECM .
ECM
= (tetrandrine,
Tet) . . . Ca®
Gl Tet
(glycyrrhizinic
acid, Glz) N N
[45] ,
) Tet Glz
ECM )
1
1.1 & Sprague-Dawely ,
200 + 10g, ,
. Tet
Glz( ).
(hyaluronic acid, HA). (faminin, LN)
Il (procollagen type I11 peptide, PIIIP)
.RNA
(TRIzol Reagent)  DNA Marker(7zf(+)DNA/Haelll):
(AccuPower ™ RTPreMix):
. Tag DNA N . dNTP

10" Reaction Buffer: .
I LI (glyceraldhyde
phosphate dehydrogenase, GAPDH) |
:Sense 5° -CCTGGCAAGAACGGAGATGA T-3’,
Antisense 5° -ACCGAC AGCACCATCGTTACC-3’,
i :Sense 57 TGGCCAACCAGGAG AGAA GG 3’,
Antisense 5° ATCCGTCTCGACGTGGCTGA3’,
GAPDH: Sense 5° CATG GTCTACACGTTCCAGT3’,
Antisense 5 GGCTAAGCAGTTGG TGGTGC 3’,

1.2 : 0.3 ml/100 g ,

40 % CCl, )
) 3d 1, 6 wk.
:81 & Sprague-Dawely 9 1 :
11 5 mg/kg Tet ;1 :10mg/kg Tet; IV
: 20 mg/kg Tet ;V :5mgkg Tet +50 mg/kg
Glz ;VI :10mgkg Tet +50 mg/kg Glz Vi
: 20 mglkg Tet+50mgkg  Glz VI 150 mg/kg
Glz ;IX . CCl,
, Tet
Tet , 1 /d;Glz
Glz , 1 /d;

, 42 d. 1 24 h )
, -80°C

10 % ,

HA. LN PIIIP ,
van Gieson

, [6],

RT-PCR | 1l mMRNA ,
RNA .
cDNA. 25ml PCR ,
0.5 ml (1) H,0 14 l; (2) 10" Re-

action Buffer 2.5 r; (3) dNTP(2 mM) 1 ni; (4) MgCl, (25 mM)
1 ni;(5) Sense primer (10 pmol) 2 ni; (6)Antisense primer (10
pmol) 2 m; (7) TagDNApolymerase (2.5 u) 0.5 ni; (8)
2m. PCR A mMRNA
194 C3min; 94 C 30s, 51.5°C 30s, 72 °C 1 min,
30 ; 72 C 5 min. 698 bp. 111
mRNA 194 °C 3min; 94 °C 30s, 55 C 30s,
72 C1min, 30 ; 72 C 5 min.
487 bp. GAPDH mRNA :94 °C 3 min; 94 °C 30's,
51.5°C 30s, 72°C 1min, 30 ; 72 °C 5 min.
349 bp. PCR 2 % , 25mV,

50 mA Fluors-Multimager
Multi-Analyst software package PCR
Sl mMRNA [N
i mRNA [ 1
GAPDH .
Xts ,  SAS
ANOVA Ridit
2
2.1 HA. LN PIlIIP
HA. LN PHIP 1,1 HA.
LN PHIP IX (P<0.001). 111 . IV
Y VI LN I (P <0.05),
VI VIl LV VIl
LN (P >0.05). 111 . V. VI, VI VIl
PIIIP I (P<005), VI
a[ v PIIP Il (P >0.05).111 .
v VvV Vvl (VI VIII HA
I (P<0.05), VI VII HA ,
(P>0.05); Il I (P>0.05).
5 mg/kg )
HA. LN  PIlIIP , 10mgkg
20 mgkg Tet Glz .
2.2 2

( 1-9) |
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349 bp

698 bp

10 |

- 657 bp

11 1l MRNA
1 LN, PIIP HA (Xxs)
n Ln(ny/L) PIIP(ng/L) HA(ng/L)
I 8 85.7 + 12.1° 359 + 3.5% 121.8 + 9.5°
1 9 78279 337 =+26 110.3 + 134
Il 8 52.3 + 6.7° 29.9 + 32 69.2 + 11.1°
v 9 61.3 + 8.4° 323 +33 78.5 + 8.6
\Y, 8 69.3 +75 31.0 £ 3.3 94.7 + 18.4°
VI 8 46.2 + 7.3™ 235 + 2.9™ 58.4 + 7.6
VII 9 48.1 + 3.4 30.8 + 34" 65.8 + 7.2
VI 8 717 £ 6.5 304 + 34° 89.1 + 16.8°
IX 9 371+ 63 156 + 2.8 331+ 37
% <0.001 vs IX ,°P <0.050r 0.01 vs | , P <0.05 vs 111
2
n
0 1 2 3 4
[ 8 0 0 1 3 4
1 9 0 1 2 3 3
1 b 8 1 2 3 1 1
IV b 9 1 3 2 2 1
V b 8 0 3 3 1 1
VI b 8 1 4 2 1 0
VIl b 9 1 2 3 2 1
VIl b 8 0 2 3 2 1
IX 9 8 0 0 0 0

%P <0.001 vs IX ,°P <0.05 or 0.01 vs |

3 [ 1 mRNA (Xts)
n I "
I 8 0.53 = 0.07* 0.47 = 0.05°
I 9 0.51 + 0.07 0.48 + 0.09
" 8 0.33 = 0.06° 0.29 + 0.04°
v 9 0.39 + 0.04° 0.37 + 0.3
% 8 0.35 = 0.07° 0.31 = 0.07°
VI 8 0.26 + 0.09° 0.21 = 0.07°
Vil 9 0.31 = 0.09 0.28 + 0.08°
Vil 8 0.36 + 0.08" 0.32 + 0.05°
IX 9 0.11 = 0.03 0.09 + 0.05
%P<0.001 vs IX ,°P <0.05 or 0.01 vs |
3
ECM N ,
HA. LN I, I, 1V ,
ECM )
6.7, , HSC |
. v . HA|{ LN
ECM , HA. LN PIIIP
. I . HA LN N
[8—10].
[11,12]
10 mg/kg . 20 mg/kg
Tet 50 mg/kg Glz, Tet Glz
HA. LN
PHIP , 10 mg/kg. 20 mg/kg Tet Glz
10 mg/kg . 20 mg/kg
Tet
(23]
50 mg/kg Glz
Tet Glz ECM ,
,  10mg/kg
Tet Glz Tet Glz
HSC N ECM , ECM
HSC | 1l
[14]
CCl, , I
1l mRNA 5-10
| Il mRNA
| Il mRNA
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Abstract

AIM: To study the protective effects of Rhodiola schalinensis
A Bor on CCl,-induced liver fibrosis.

METHODS: Male SD rats were divided into 3 groups: normal
(N), Rhodiola sachalinesis A Bor(R) and model(M) group.
The M and R group were given 300 ml/L CCl,(3ml/kg, 2
times/week) for 15 weeks and Rhodiola sachalinesis A Bor
(0.5g/kg, p.o.,daily for 15 weeks) was administered to rats
of R group. Histopathological changes were examined. The
changes of hepatic content of hydroxyproline and expression
of al( I )mRNA were observed.

RESULTS: Rhodiola sachalinesis A Bor decreased the hepatic
content of hydroxyproline (657+74 ng/g vs 1 257+98 ny/qg,
P <0.05) and severity of hepatic fibrosis, improved the
liver histopathological changes and inhibited the expression
of a1( I ) mRNA and decreased the level of HA, C1V, PC
[T and TGFb1 (164+46 ng/L, 97+15 ny/L, 289+76 ny/L,
60+20 mg/L vs 265+98 ng/L, 160+30 ny/L, 456+113 ny/L,
89123 mg/L. P <0.05, P <0.01).

CONCLUSION: Rhodiola sachalinesis A Bor is effective in
protecting against CCl;-induced liver fibrosis in rats, its
machenisms appear to be associated with the inhibition

of collagen production and protection of hepatic cells.

Zeng WZ, Wu XL, Jiang MD, Deng GY, Chen XB, Zhang Y, Qin JP, Xu H.
Protective effects of Rhodiola sachalinesis A Bor on CCl,-induced liver
fibrosis in rats.Shijie Huaren Xiaohua Zazhi 2003;11(7):975-978
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Abstract

AIM: To investigate the effects of Celebrex, a selective
cyclooxygenase-2 inhibitor, on tumor growth and the ex-
pression of vascular endothelial growth factor (VEGF) and
PGE, in pancreatic carcinoma of xenografted nude mice
induced by pancreatic carcinoma PC-3 cell lines.

METHODS: The effects of Celebrex on tumor growth, and
the expression of VEGF and PGE, were assayed by using
enzyme-linked immuno-adsordent assay (ELISA) and ra-
dioimmunoassay (RIA), respectively.

RESULTS: Compared to control mice, the growth curve of
treated mice was much lower and flatter. Average tumor
volume from control mice was 0.438 cm?® as compared
with 0.212 cm?® from treated mice (51.6 % inhibition, P <0.05).
The expression of PGE, in control mice (6612 ng/g) was
significantly higher than that in treated mice(29+5 ng/g)
(P <0.01). VEGF expression was significantly down regu-
lated in the Celebrex-treated tumors. ELISA revealed the
expression of VEGF was 1.11+0.11 ng/g in control mice,
while 0.66+0.11 ng/g in treated mice (P <0.05). The in-
hibitory rate of VEGF was 40.6 %

CONCLUSION: COX-2 may play an important role in the
angiogenesis of pancreatic carcinoma, PGE,is likely to act

as an important intermediate part between COX-2 and
tumor generation. The selective COX-2 inhibitor, Celebrex,
can inhibit angiogenesis and tumor growth.

Xie CG,Wang XP, Dong YW, Du Q, Cai JT, Qian KD. Effects of the
selective cyclooxygenase-2 inhibitor Celebrex on the expressions of
PGE; and VEGF in pancreatic carcinoma. Shijie Huaren Xiaohua Zazhi
2003;11(7):979-981
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Abstract

AIM: To analysis the mechanism of early enteral nutrition
extenuating the damage of intestinal mucosa in burned
rats.

METHODS: Lymphatic fistula of intestine was created in
Wistar rats, the rats were then sustained with 30 % TBSA
third degree scald and divided randomly to early enteral
nutrition, non early enteral nutrition and operation control
groups. The content of malondialdehyde(MDA), superoxide
dismutase (SOD), endotoxin and tumor necrosis factor
(TNF) in intestinal lymph and intestinal lymph flow were
observed dynamically.

RESULTS: After burns the intestinal lymph flow and SOD
were significantly decreased(P <0.01); the level of intestinal
lymph endotoxin, MDA and TNF were evidently increased
(P <0.05). However, the early enteral nutrition could increase
the intestinal lymph flow and SOD (P <0.05), decrease the
levels of intestinal lymph endotoxin, MDA and TNF (P <0.05).
The level of intestinal lymph MDA was positively related to
the endotoxin level and the endotoxin level was positively
related to the TNF level in early enteral nutrition and simply
burn groups.

CONCLUSION: Oxygen-derived free radicals are one of the
factors of intestinal mucosal damage after burns, and the
early enteral nutrition could protect the intestinal mucosal
barrier from being injured and inhibit the bacterial trans-
location from the intestine.

Peng YZ, Yuan ZQ, Xiao GX. Effects of early enteral feeding on intes-
tinal mucosa injury in burned rat. Shijie Huaren Xiaohua Zazhi 2003;
11(7):982-985
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Abstract

AIM: To generate an adenoviral vector carrying endothelial
nitric-oxide synthase (eNOS) gene in order to mediate the
expression of eNOS gene in gastrointestinal smooth muscle
cells (SMC) and assess the enzyme activity of eNOS.

METHODS: A recombinant adenovirus (Ad-eNOS) containing
the bovine eNOS cDNA fragment was generated by
homologous recombination in bacteria. The SMC of distal
part of esophagus and gastric fundus of cat were isolated
and cultured in vitro and infected with Ad-eNOS. The expression
of eNOS gene was detected by Western blot and RT-PCR.
The enzyme activity of NOS and the output of NO in SMC
were measured by NOS and NO assay kit, furthermore,
the different effects of given factors on the enzyme activity
and the yield of NO were studied.

RESULTS: The Ad-eNOS can infect the cultured SMC efficiently
(MOI=50, infection rate =74 %). Western blot and RT-PCR
confirmed the expression of eNOS in those infected cells.
After the cells had been infected with Ad-eNOS, the basal
activity of NOS significantly increased from 47+13 nkat/L
to 93+13/L (P <0.05), and the level of NO in cell culture
supernatants increased by 3 fold (45+13 vs 1647 mmol/L).
In the presence of L-arginine (NOS enzyme substrate),
calcium, EGTA (calcium chelating agent), and L-NAME (NOS

inhibitor), NOS activity was 9448, 173+25, 29+6, 58+11 nkat/L
and NO level was 48+14, 106+18, 6+2, 17+11 nmol/L,
respectively.

CONCLUSION: The constructed recombinant adenovirus,
Ad-eNOS, can efficiently mediate the expression of eNOS
gene in cultured SMC of digestive tract. The activity of
eNOS can be regulated by the concentration of calcium.
L-arginine is not the rate-limiting step for nitric oxide gen-
eration from endothelial nitric oxide synthase.

Ning SB, Zhang ZB, Sheng Q, Xie WF, Yang XJ, Zhao X, Xin SL.
Gastrointestinal smooth muscle cell as target for gene transfer of eNOS
gene. Shijie Huaren Xiaohua Zazhi 2003;11(7):986-989
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Abstract

AIM: To explore the protective effects of endothelin-1 antibody
(ET-1Ab) on acute gastric mucosa lesions induced by stress
in rats.

METHODS: Stress ulcer induced by cold-restraint-stress
(CRS) was used as model in this study, different dose ET-1Ab
were administered by left femoral vein prior to stress so
as to observe the effects of the drug on ET-1 levels in
plasma and gastric mucosa, gastric mucosa blood flow
(GMBF)and ulcer index(Ul) of CRS rats.

RESULTS: (1) Compared with the normal control group,
ET-1 levels of plasma and gastric mucosa and Ul were
increased significantly in the stress groups (116.2+24.7 mv and
125.1+24.2 mv vs 49.1+£9.7 mv, 113.8+29.3 mv and 122.9+19.
6 mv vs 52.3+10.3 mv, 28.6+1.8 mv and 51.2+5.9 mv vs 0,
P <0.01), while GMBF were decreased markedly in stress
groups (227.8+13.5 mv and 150.8+11.5 mv vs 405.8+23.
3 mv, P <0.01).There was significantly positive correlation
between ET-1 and Ul (r =0.96, P <0.01), and significantly
negative correlation between ET-1 and GMBF(r = -0.91,
P <0.01). (2) However, compared with the single-stress
groups, ET-1 levels of plasma and gastric mucosa and Ul
were decreased significantly in ET-1Ab-stress groups
(69.2+7.3 mv vs 116.2424.7 mv, 80.6+12.3 mv vs 125.1+24.2 mv,
58.5+6.3 mv vs 113.8+29.3 mv, 68.9+9.6 mv vs 122.
9419.6 mv, 13.2+2.1 mv vs 28.6%1.8 mv, 25.8+3.6 mv vs

51.2+5.93 mv, P <0.01), GMBF were increased dra-
matically (329.8+16.3 mv vs 227.8+13.5 mv, 251.9+11.3 mv vs
150.8+11.5 mv, P <0.01), ET-1Ab can dose-dependently
reduce levels of the ET-1 and Ul, and improve GMBF sig-
nificantly in cold-restraint-stress.

CONCLUSION: In the course of CRS-induced ulcers, en-
dogenous ET-1 levels of plasma and gastric mucosa were
increased significantly, and there were close relationship
between ET-1 levels and Ul. The increased ET-1 may involve
in the pathogenesis of CRS-induced ulcers in rats by its
vasoconstriction and marked reduction of GMBF. ET-1Ab
can dose-dependently attenuate the degree of gastric
mucosa lesions induced by CRS significantly. So it may
have therapeutic effect for SU.

Duan YM, Li ZS, Zhan XB, Gong YF, Xu GM. Protective effects of
endothelin-1 antibody on stress induced lesion of gastric mucosa in rats.
Shijie Huaren Xiaohua Zazhi 2003;11(7):990-993

: -1 (ET-1Ab)
(SU)
SD (CRS) ,
ET-1Ab .
ET-1 . (GMBF) (D)
(1) , ET-1
ul (116.2 + 4.7 mvand 125.1 + 4.2 mv vs

49.1 = 9.7 mv, 113.8 + 9.3 mv and 122.9 + 19.6 mv vs
52.3 + 10.3 mv, 28.6 + 1.85 mv and 51.2 + 5.93 mv vs
0, P<0.01), GMBF (227.8 = 13.5mv and 150.8 +

11.5 mv vs 405.8 + 23.3mv, P<0.01); ET-1 ul
(r=0.96, P <0.01), GMBF (r=
-0. 91, P <0.01). (2) , ET-1Ab

ET-1 ul (69.2 £ 7.3mvvs116.2 + 24.7 mv,
80.6 £ 12.3 mv vs 125.1 + 24.2 mv, 58.5 + 6.3 mv vs
1138 + 29.3mv, 689 = 9.6 mvvs 1229 + 196 mv, 132 +
2.05mvvs 28.6 =+ 1.85 mv, 25.8 + 3.62 mvvs51.2 +
5.93 mv, P<0.01), GMBF (329.8 + 16.3 mv vs
227.8 = 13.5mv, 251.9 + 11.3 mv vs 150.8 + 1.5 mv,
P <0.01), ET-1Ab ET-1
N GMBF Ul.



991

: SuU ,
ET-1 , ,
GMBF , .ET-1Ab

. -1
. 2003;11(7):990-993
http://www.wjgnet.com/1009-3079/11/990.asp

(stress ulcer, SU), ,

(endothelin ET)-1"

[2-61, ET-1
() , ET-1
ET-1 ETR , ET-1
) ET-1
) ) -1
(endothelin-1 antibody ET-1Ab)
ET-1. GMBF Ul ,
SuU
1.1 ET-1 ET-1Ab (
). LDF-TI (
).SD & ( -
).
1.2
1.2.1 SD (CRS)
, SD & 24 h,
) , 1h , ,
4+£1°C , 3h
1-2 mm . SD &

36 , 200 + 20 g, (12
). 1 mL ET-1Ab (12 ). 2 mL ET-1Ab
(12 ), 1h.3h )

6 . 1:12500I1U

4 )

0.5mL- Kg™ min™
10 min, ET-1Ab
1mL-kg® 2mL-kg™ 1:1000

ET-1Ab, , 6

. 1h,.3h GMBF. Ul

ET-1

1.22ET-1

10 % EDTA-Na,
3000 rpm x 10 min, ; (b)

) N , 4 °C, 3000 rpm x
15 min, . ET-1
1.2.3 GMBF B sp 20 %

1 (a) 2 mL
’ 4 OC ’

(5mL- kg™

37°C ,
5-20 min s

, \ (mV)

1.2.4 Guth Ul 1
<Ilmm 2 ; 1-2mm 3
5

2
21ET-1Ab SU . ET-1
. ET-1Ab . ET-1
ET-1Ab
(P <0.01). 1 MLET-1Ab+  1h .
ET-1 405%  48.6 %, 2mLET-1Ab+
1h 53.7% 56.2%; ImLET-1Ab+
3h ET-1 275%
43.9%, 2mLET-1Ab+  3h 49.3 %
55.2%. ET-1 ul (r=0.96, P <0.01,
1).
22ET-1Ab  SU GMBF
,  ET-1Ab GMBF
ET-1Ab , GMBF
_1mLET-1Ab+  1h GMBF
25.2 %, 81.3 %, 2 mL ET-1Ab +
1h GMBF 38.3 %, 93.5 %
1 mLET-1Ab+  3h GMBF 24.9 %,
62.1 %, 2mLET-1Ab+ 3 h
46.2 %, 83.6 %. ET-1
GMBF (r =-0. 91, P <0.01, 1).
23 ET-1Ab SU ul
, ET-1Ab Ul ET-1Ab
(P <0.01). 1 MLET-1Ab +
1h Ul 53.8 %, 2 mL ET-1Ab + 1h
ul 81.8%; 1 mLET-1Ab+  3h Ul
49.6 %, 2mLET-1Ab+  3h Ul 79.3 %.
U ET-1 (r=0.96, P<0.01, 1).

(P <0.01),

GMBF



992 ISSN 1009-3079 CN 14-1260/R

2003 7 15 11 7

1 ET-1Ab CRS . ET-1. GMBF Ul

ET-1 ET-1 GMBF ul
(mv) (ng/g.tissue) (mV)

49.08+9.73  52.37+10.35 405.8+23.36 0

1h 116.2+24.69" 113.8+29.28" 227.8+13.53" 28.6+1.85°
ImlET-1Ab+  1h  69.1847.32° 5852+6.38° 329.8+16.32° 1 3.2+2.05"
2mlET-1Ab+  1h  5256+13.75" 49.81+6.18" 383.2+13.98" 5.20+1.48"
3h 125.1+24.18" 122.9+19.64° 150.8+1153" 51.245.93°
1mIET-1Ab+  3h  80.65%12.26° 68.91+9.55" 251.9+11.38" 25.8+3.62"

2 ml ET-1Ab+ 3h  63.53#8.54" 55.09+10.92° 339.2+15.31° 10.6+2.07°

%P <0.01 vs , P <0.01 vs

(ET)-1
, ET-1
[

[9-12]

ET-1,

[13-20]

ET-1 ,

[21-26]

ET-1 ET-1

ET-1 - ,
ET-1 , ET-1
ETR , ET-1
, ET-1
ET-1 ,
ET-1

GMBF ul . ET-1

ET-1 ,
GMBF ul
ET-1 ) ,
, ET-1
ET-1 ,

GMBF

(GMBF)
, GMBF
ET-1

, ET-1
. Kitajima et al 2" -
, ET-1

ET-1 ET-1,

. Szabo et al ® ,
s ET-1
GMBF ,
ET-1
GMBF , ET-1
GMBF
s ET-1

ET-1
PKC, K'-ATP ,
, MDA

ET-1Ab

[29-32]

MDA ,
, ET-1

ET-1 , N
SU

1 Markewitz BA, Kohan DE, Michael JR. Endothelin-1 synthesis,
receptors, and signal transduction in alveolar epithelium:
evidence for an autocrine role. Am J Physiol 1995;268:L.192-200

2 Ohta M, Yamaguchi S, Gotoh N, Tomikawa M. Pathogenesis
of portal hypertensive gastropathy: a clinical and experimen-
tal review. Surgery 2002;131(Suppl 1):S165-170

3 Slomiany BL, Piotrowski J, Slomiany A. Involvement of
endothelin-1 in up-regulation of gastric mucosal inflamma-
tory responses to Helicobacter pylori lipopolysaccharide. Biochem
Biophys Res Commun 1999;258:17-20

4 Duggan AE, Stack W, Hull M, Filipowicz B, Knifton A, Crome
R, Weber C, Bishop A, Polak J, Hawkey CJ. Protection against
aspirin-induced human gastric mucosal injury by bosentan, a
new endothelin-1 receptor antagonist. Aliment Pharmacol Ther
1999;13:631-635

5 Migoh S, Hashizume M, Tsugawa K, Tanoue K, Sugimachi K.
Role of endothelin-1 in congestive gastropathy in portal hy-
pertensive rats. J Gastroenterol Hepatol 2000;15:142-147

6 Mori S, Kaneko H, Mitsuma T, Hayakawa T, Yamaguchi C,
Uruma M. Implications of gastric topical bioactive peptides
in ammonia-induced acute gastric mucosal lesions in rats.
Scand J Gastroenterol 1998;33:386-393

7 Valdivielso JM, Rivas-Cabanerd L, Morales Al, Arevalo M,
Lopez-Novoa JM, Perez-Barriocanal F. Increased renal glomerular
endothelin-1 release in gentamicin-induced nephrotoxicity. Int J
Exp Pathol 1999;80:265-270

8 Adachi K, Suetsugu H, Moriyama N, Kazumori H, Kawamura
A, Fujishiro H, Sato H, Okuyama T, Ishihara S, Watanabe M,
Kinoshita Y. Influence of Helicobacter pylori infection and
cetraxate on gastric mucosal blood flow during healing of
endoscopic mucosal resection- induced ulcers. J Gastroenterol
Hepatol 2001;16:1211-1216

9 Miyauchi T, Masaki T. Pathophysiology of endothelin in the
cardiovascular system. Annu Rev Physiol 1999;61:391-415

10 Goligorsky MS, Budzikowski AS, Tsukahara H, Noiri E. Co-
operation between endothelin and nitric oxide in promoting
endothelial cell migration and angiogenesis. Clin Exp Pharmacol



993

11

12

13

14

15

16

17

18

19

20

21

22

Physiol 1999;26:269-271

Tsuji S, Kawano S, Tsujii M, Michida T, Masuda E, Gunawan
ES, Hori M. Mucosal microcirculation and angiogenesis in gas-
trointestinal tract. Nippon Rinsho 1998;56:2247-2252

Goldie RG. Endothelins in health and disease: an overview.
Clin Exp Pharmacol Physiol 1999;26:145-148

Rubino A, Loesch A, Burnstock G. Nitric oxide and endothelin-
1 in coronary and pulmonary circulation. Int Rev Cytol 1999;
189:59-93

Oda M, Han JY, Nakamura M. Endothelial cell dysfunction in
microvasculature: relevance to disease processes. Clin Hemorheol
Microcirc 2000;23:199-211

Goldie RG, Fernandes LB. A possible mediator role for
endothelin-1 in respiratory disease. Monaldi Arch Chest Dis 2000;
55:162-167

Goldie RG, Henry PJ. Endothelins and asthma. Life Sci 1999;
65:1-15

Cannan CR, Mathew V, Lerman A. New insight into coronary
endothelial dys-function:role of endothelin. J Lab Clin Med 1998;
131:300-305

Ruwhof C, van der Loarse A. Mechanical stress-induced car-
diac hypertrophy: mechani- sms and signal transduction
pathways. Cardiovasc Res 2000;47:23-37

Rohmeiss P, Birck R, Braun C, Kirchengast M, van der Woude
F. Targets for endothelin in the diseased kidney:clues for thera-
peutic intervention. Exp Nephrol 1999;7:1-10

Kirchengast M, Munter K. Endothelin-1 and endothelin recep-
tor antagonists in cardio-vascular remodeling. Proc Soc Exp
Biol Med 1999;221:312-325

Sun Y, Xu GS, Liu WP, Xu NG. The role of NO/ET and the
effect of electro acupuncture on injuried gastric mucosa in
rats. Shengli Xuebao 1999;51:206-210

Kawano S, Tsuji S. Role of mucosal blood flow: a conceptional
review in gastric mucosal injury and protection. J Gastroenterol
Hepatol 2000;15(Suppl):D1-D6

ISSN 1009-3079 CN 14-1260/R 2003

(World Journal of Gastroenterology?)

2002 30 )

23

24

25

26

27

28

29

30

31

32

(

Slomiany BL, Slomiany A. Induction of endothelin-converting
enzyme-1 in gastric mucosal injury by idomethacin. Biochem
Biophys Res Commun 2000;269:377-381

Slomiany BL, Piotrowski J, Slomiany A. Up-regulation of
endothelin-converting enzyme-1in gastric mucosal inflamma-
tory responses to Helicobacter pylori lipopolysaccharide. Biochem
Biophys Res Commun 2000;267:801-805

Said SA, EI-Mowafy AM. Role of endogenous endothelin-1 in
stress-induced gastric mucosal damage and acid secretion in
rats. Regul Pept 1998;73:43-50

Slomiany BL, Slomiany A. Role of endothelin-converting enzyme-
1 in the suppression of constitutive nitric oxide synthase in rat
gastric mucosal injury by indomethacin. Scand J Gastroenterol
2000;35:1131-1136

Kitajima T, Tani K, Yamaguchi T, Kubota Y, Okuhira M,
Mizuno T, Inoue K. Role of endogenous endothelin in gastric
mucosal injury induced by hemorrhagic shock in rats. Digestion
1995;56:111-116

Szabo S, Vincze A, Sandor Z, Jadus M, Gombos Z, Pedram A,
Levin E, Hagar J, laquinto G. Vascular approach to gastro-
duodenal ulceration: new studies with endothelins and VEGF.
Dig Dis Sci 1998;43(Suppl 9):40S-45S

Armstead WM. Superoxide generation links protein kinase C
activation to impaired ATP-sensitive K+ channel function af-
ter brain injury. Stroke 1999;30:153-159

Liu B, Xiao N, Chen H, Zhou J. Effect of endothelin-1 on he-
patic damage induced by endotoxin. Chin J Traumatol 2000;3:
234-237

Lahera V, Navarro-Cid J, Maeso R, Cachofeiro V. Participation
of endothelium-derived vasoconstrictor factors in arterial
hypertension. Rev Esp Cardiol 1999;52(Suppl 3):4-11
Lazaratos S, Irukayama-Tomobe Y, Miyauchi T, Goto K,
Nakahara A. Oxygen radicals mediate the final exacerbation of
endothelin-1-induced gastric ulcer in rat. Eur J Pharmacol 2001;
413:121-129

2003-2004

2002
1 30224801). 2 ,2003-2004
C ) C ) € )
, , C )
), : C )
C ) C )
C . ) C )

( 2002-10-18)



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

World Chin J Digestol 2003 July;11(7):994-996
ISSN 1009-3079 CN 14-1260/R
2003

. BASIC RESEARCH e

200433
,1956-10-18

s 100 .
" , N0.01Z059
: ,200433,
. zhsli @81890.net
:021-25070552
:2002-08-02 :2002-08-16

Role of the ITF in repairing of stress-
induced gastric lesions

Zhao-Shen Li,Shi-Nan Nie,Xian-Bao Zhan,Yan-Fang Gong,
Zhen-Xin Tu,Guo-Min Xu

Zhao-Shen Li, Shi-Nan Nie, Xian-Bao Zhan, Yan-Fang Gong, Zhen-Xin Tu,
Guo-Min Xu, Department of Gastroenterology, Changhai Hospital,
Second Military Medica University,Center of Gastroenterology and Key
Laboratory of PLA, Shanghai, 200433, China

Supported by the Tenth-Five-Year Plan’ s Military Medical Scientific
Foundation of PLA, No. 012059

Correspondence to: Zhao-Shen Li, Department of Gastroenterology,
Changhai Hospital, Shanghai, 200433,China. zhsli @81890.net
Received:2002-08-02 Accepted:2002-08-16

Abstract

AIM: To determine the changes of ITF (intestinal trefoil
peptides) expression in gastric mucosal and the effect on
ulcer healing of ITF to WRS in rats.

METHODS: Wistar rats were exposed to single or multiple
WRS for 4 h every other day for up to 6 days. Gastric
mucosal blood flow(GMBF) was measured by LDF-3 Flow
meter and the extent of gastric mucosal lesions were evaluated
grossly and histologically. Expression of ITF mRNA was
determined by RT-PCR. Immunohistochemistry was used
to further detect the expression of ITF.

RESULTS: Single time of WRS produced numerous gastric
mucosal erosions, but the number of these lesions gradually
declined and GMBF restorated at 2,4,8 h after stress; the
area of gastric mucosal lesion was reduced by 64.9 % and
GMBF was increased by 89.8 % at 8 h, the healing of stress-
induced ulcerations was accompanied by increased ex-
pression of ITF (0.022+0.001 vs 0.177+0.010 P <0.01),
the results were demonstrated further by immunohistoch-
emistry (0.134+0.001 vs 0.253+0.01, P <0.01). With
repeated WRS, the adaptation to this WRS developed, the
area of gastric mucosal lesions was reduced by 22.0 %
after four consecutive WRS,this adaptation to WRS was
accompanied by increased GMBF ( 94.2 %) and active cell
proliferation in the neck region of gastric glands and by
increased expression of ITF (0.040+0.001 vs 0.372+0.010

P <0.01), the result were demonstrated further by immu-
nohistochemistry (0.134+0.001 vs 0.354+0.070,P <0.01).

CONCLUSION: ITF may participate in the early phase of
epithelial repair known as restitution, but also may play
an important role in the subsequent, protracted phase of
glandular renewal.

Li ZS, Nie SN, Zhan XB, Gong YF, Tu ZX, Xu GM. Role of the ITF in

repairing of stress-induced gastric lesions. Shijie Huaren Xiaohua Zazhi
2003;11(7):994-996
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Abstract

AIM: To study the expression of P53 gene mutation and
VEGF in rats with experimental gastric cancer and the pre-
venting effects of decoction Weikang-ning(WKN).

METHODS: Male Wistar rats aged 2-3month (weight 120-140 g)
were fed with MNNG to induce gastric adenocarcinoma.
Rats were divided into control group, WKN group 1 and 2.
The morphology of gastric mucous were observed by light
microscope and electric microscope. Expression of mutant
P53and VEGF were studied with immunohistochemistry.

RESULTS: The malignancy phenotype of stomach epithelial
cell such as heteromorphism, heteropyknosis and increased
nucleus plasma ratio in rats of WKN group were slightly
less severe than that in control group, also the expressed
mutant P53 protein (3.4905+1.5225) and VEGF (3.519+2.204)
in WKN group were decreased (P <0.01) significantly.

CONCLUSION: The development of experimental gastric
cancer by WKN in rats is associated with high expression
of P53 and VEGF. The decoction WKN suppresses the ex-
pression P53 and VEGF and thus has the preventive and
therapeutic effects on gastric cancer.

Li QM, Yu Q, Min CY. Expression of mutant P53 and VEGF in experi-

mental gastric cancer in rats and the effect of decoction Weikang-ning.
Shijie Huaren Xiaohua Zazhi 2003;11(7):997-1000
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, 14-3-3 .PCTAIRE-1
, IRS-1 . pll, 14-3-3 ,
,14-3-3 -
, IRS-1 PCTAIRE-1 30 kD
. 3B (phosphodiesterase-3B PDE- ,
3B) , 1g24-1q25 262D12
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’

14-3-3 s

3 14-3-3
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) . K18
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K18 14-3-3 . K18 Ser-33
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K18 Ser-33 Ser-52
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K18 )
K18 .K18
K18 14-3-3 )
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, [32-35]_
3.2 14-3-3
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, 14-3-3
HCV .4-3-3
HCV
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Raf-1 , HCV 14-
3-3 HCV Raf-1
. , HCV
14-3-3 Raf-1
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