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Abstract

AIM: To express gastric cancer related gene GCRG224 by
using thioredoxin fusion expression system.

METHODS: GCRG224 cDNA with complete open reading
frame was amplified by PCR from plasmid pGEM-T, and
then cloned into thioredoxin fusion expression vector
pET102/D-TOPO. The recombinant plasmid was further
transformed into E.coli BL21 strain. After induction with
IPTG, thioredoxin-GCRG224 fusion protein was expressed
in E.coli.

RESULTS: SDS-PAGE analysis showed the thioredoxin-
GCRG224 fusion protein with a relative molecule mass of
16 800 was highly expressed. The thin layer gel scanning
analysis showed that the yield of GCRG224 fusion protein
was 22.3% of the total bacterial protein.

CONCLUSION: The GCRG224 recombinant fusion protein
is successfully expressed in E.coli.

Wu YQ, Wang GS, Wang MW, Wu BY, You WD, Wang WH. Cloning and
expression of gastric cancer related gene GCRG224 in E.coli. Shijie
Huaren Xiaohua Zazhi 2004;12(4):763-766
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Abstract

AlIM: To evaluate the effects of the Syk mRNA expression
in human gastric carcinoma on tumor growth and
metastasis, and the correlation of expression of the Syk
gene with p53.

METHODS: Using semi-RT-PCR technique, we detected
specimens from 61 gastric carcinoma patients (tumor
tissues, adjacent normal tissues) for their rate and level
of Syk and p53 gene expression. Meanwhile, immunohis-
tochemical staining was also used to detect Syk expression.

RESULTS: All normal gastric tissues were detected the
expression of the Syk gene. Unlike normal tissue, 47 out
of 61 breast cancer tissue did not show any detectable Syk
MRNA expression, and there were significant difference
between the two groups (c?=72.3, P <0.05). The level of
Syk mRNA in the primary gastric carcinoma tissues was
significantly lower than that in the adjacent non-cancerous
gastric tissues (t =2.1, P <0.05). Furthermore, only 3 gartric
carcinoma tissues in 31 patients with lymph node metastasis
had the Syk mRNA expression. The Syk mRNA expression
was negatively correlated to lymph node metastasis (c?=
4.85, P <0.05). And the Syk expression was correlated to
that of p53 (c2=22.03, P <0.05).

CONCLUSION: The expression of the Syk gene may play
an important role in suppressing growth and metastasis in
gastric cancer. Syk gene expression is repressed in a p53-
dependent manner.

Xia JG, Ding YB, Chen GY. Expression of tyrosine kinase Syk and its
clinical significance in gastric carcinoma. Shijie Huaren Xiaohua Zazhi
2004;12(4):767-769
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Abstract

AIM: To study the role of apoptosis-related gene p53, Bcl-
2, and proliferating cell nuclear antigen (PCNA) in gastric
cancinogenesis.

METHODS: Immunohistochemical method (LSAB) was used
to assess p53, Bcl-2, PCNA expression in specimens of 52
patients with gastric cancer and precancerous lesions.

RESULTS: In the patients with intestinal metaplasia, dys-
plasia and gastric cancer, the expression rates of p53 were
27.8%, 38.2% and 57.7% respectively. The expression
rates of Bcl-2 were 33.3%, 50.0% and 65.4%, and PCNA
indexes were 41.4+13.0, 47.9+8.9 and 53.0+11.9
respectively. In patients with intestinal-type carcinoma, p53
and Bcl-2 remained expressed in all precancerous tissues
after development into cancer. In diffuse-type carcinoma,
the positive Bcl-2 expression became negative in one
patient. PCNA LI markedly increased from precancerous
lesions to cancer, and a significant difference was observed
in intestinal-type carcinoma (P <0.001).

CONCLUSION: The expression of p53 and Bcl-2 signifi-
cantly influences the development of intestinal-type gastric
carcinoma, and the proliferating activity of the cancer cells
gradually increase.

Wu YQ, Wang MW, Wu BY, You WD, Zhu QF. Expression of apoptosis-
related proteins and proliferating cell nuclear antigen during stomach
canceration. Shijie Huaren Xiaohua Zazhi 2004;12(4):770-773
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Abstract

AIM: To investigate the ability of fusions of HCC patient-
derived dendritic cells (DC) with HCC cells to induce au-
tologous T lymphocytes to elicit specific immunity against
HCC in vitro.

METHODS: Dendritic cells isolated from HCC patient pe-
ripheral blood were cultured and proliferated in vitro for
one week by using recombinant human granulocyte/mac-
rophage-colony stimulating factor (rhGM-CSF) and
interleukin-4 (rhlL-4). Expression of DC surface markers
was assessed by flow cytometry. Fusions of DC with HepG2
cells (HepG2/DC) were achieved by polythyleneglycol (PEG).
The ability of HepG2/DC to stimulate proliferation and differ-
entiation of autologous T lymphocytes was assessed by MTT
method, and the specific killing efficacy of HepG2/DC-induced
cytotoxic T lymphocytes (CTL) to HepG2 was evaluated.

RESULTS: Following one week culture, DC presented a high-
level expression of CD1a, HLA-DR, CD54, CD80 and CD86.
Fusions had remarkably greater ability to stimulate pro-
liferation of autologous T lymphocytes in comparison with
HepG2, HepG2+DC, DC and PBS, with an A value of 0.816+
0.019 vs 0.541+0.020, 0.632+0.018, 0.564+0.018, 0.345+0.013,
respectively (P<0.05). The HepG2/DC-activated CTLs showed
a potent specific killing efficacy to HepG2.

CONCLUSION: Fusions of HCC patient-derived DC with HCC
cells can effectively stimulate autologous T lymphocytes

to elicit specific antitumor immunity against HCC, and may
represent as a promising approach of immunotherapy for HCC.

Wang L, Yin XY, Lu MD, Li BJ, Huang JF. Eliciting specific antitumor
immunity against hepatocellular carcinoma in vitro by fusions of HCC
patient-derived dendritic cells with HCC cells. Shijie Huaren Xiaohua
Zazhi 2004;12(4):774-777
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Abstract
AIM: To explore the effects of metastasis-suppressor gene
KAI1 on tumorigenicity and metastasis of hepatocellular
carcinoma cells MHCC97-H with high metastatic potential
in nude mice.

METHODS: The MHCC97-H hepatocellular carcinoma cells
with high metastatic potential transfected with sense or
antisense KAI1 expression plasmid in our previous experi-
ments were inoculated subcutaneously into nude mice. The
growth of subcutaneous tumor was observed, then the
subcutaneous tumor tissues were harvested and implanted
orthotopicly into nude mice liver. The tumor metastasis in
lung was carefully examined under microscope. MHCC97-H
and the cells transfected with vector pCl-neo, but without
KAI1 gene were used as control.

RESULTS: The different cells inoculated subcutaneously all
had tumorigenicity. There were no significant differences
in the speed of tumor growth among different groups, but
the antisense group showed stronger invasion ability than
others. The spontaneous metastasis to lung occurred in
latency period of six weeks via orthotopic implantation of
tumor tissue. Immunostaining showed strongly positive for

AFP in lung metastatic lesions, which indicated those were
lung metastatic lesions from hepatocellular carcinoma. The
number of lung metastatic lesions increased dramaticly in
antisense group (P =0.00 158), decreased significantly in
sense group (P =0.00 465) and no significant difference in
vector pCl-neo group (P =0.15 166), as compared with
their paternal MHCC97-H group.

CONCLUSION: The metastasis-suppressor gene KAIL1 has
no significant effects on tumorigenicity and growth of
MHCC97-H hepatocellular carcinoma cells, but enhanced
KAI1 expression can decrease the invasion ability and
inhibit the metastasis, which offers an important clue to
investigate the anti-metastasis treatment for hepatocellular
carcinoma.

Peng ZH, Yang JM, Tang B, Si SH, Fang DC, Luo YH. Effects of me-
tastasis-suppressor gene KAI1 on tumorigenicity and metastasis of hepa-
tocellular carcinoma MHCC97-H cells with high metastatic potential in
nude mice. Shijie Huaren Xiaohua Zazhi 2004;12(4):778-781
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Abstract

AIM: To investigate the expression of heat shock protein
70 (HSP70) and caspase 3 protein and their clinical signifi-
cance in hepatocellular carcinomas and surrounding liver tissues.

METHODS: The expression of HSP70 and caspase 3 pro-
tein were detected by immunohistochemistry in hepatocel-
lular carcinomas (HCC) and their surrounding liver tissues.

RESULTS: The positive rate and intensity of HSP70 in HCCs
were significantly higher than those in pericarcinomatous
liver tissues (68.6% vs 31.4%, P <0.01), and these of
caspase protein were significantly lower (17.1% vs 35.7%,
P <0.01). The expression level of HSP70 and caspase protein
in HCCs was remarkably related to differentiation degree
and tumor size of HCCs, and the poorer differentiation,
the stronger the expression of HSP70 (F =5.219 and 5.421
respectively, P <0.01), the weaker the expression of caspase
3 protein (F =5.944 and 4.571 respectively, P <0.01). The
correlation analysis indicated that there was a negative
relationship between expression of HSP70 and caspase
protein in HCC and their surrounding liver tissues (r = 0.4 126
and 0.5 237 respectively, P <0.01).

CONCLUSION: The expression of HSP70 may make un-
controlled growth and unceasingly increased malignant de-
gree of HCC by accelerating cell transformation and prolif-
eration and inhibiting apoptosis. HSP70 may be an important
marker for evaluation of prognosis in patients with HCC.

Peng SH, Deng H, Feng DY, Zheng H. Expression of HSP 70 and
caspase 3 and their significance in hepatocellular carcinoma tissues.
Shijie Huaren Xiaohua Zazhi 2004;12(4):782-784
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Abstract

AIM: To try to identify pre-pre-S region in hepatitis B virus
(HBV) genome and to study the relationship between the
genotype and the existence of pre-pre-S region.

METHODS: Genomic DNA of HBV was extracted from the
sera of patients with HBV infection. Multiple-primers poly-
merase chain reaction (PCR) method was used to identify
the genotype of HBV strains. Then the pre-pre-S region
was amplified by PCR method, and TA cloned into pGEM
Teasy vector. After sequencing of the target region, vector
8.0 software was used to analyse the sequences.

RESULTS: Fifteen male patients were collected in this study.
There were 1 genotype B, 5 genotype B and C mixture,
and 9 genotype C. Amplified PCR products of the pre-pre-S
region from these 15 samples were ligated into the pGEM
Teasy vectors. After sequencing, 31 clones were found
being encoding for pre-pre-S peptide.

CONCLUSION: Existence of coding gene of the pre-pre-S
region is popular in B or C genotype of HBV.

Yang Q, Dong J, Cheng J. Molecular epidemiological features of pre-
pre-S region in hepatitis B virus genome. Shijie Huaren Xiaohua Zazhi
2004;12(4):785-789
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K , 65 C , ( )
(1:1) DNA, , ( ) ,
DNA RNA , =20 C ( ) ,
1.2 HBV Naito et al ™! 6 /
, HBV , ,
, - - , ; 200 nt, 97% ,
.5’ - AGC ATG GGA GGT TGG TCT TC-3’,
:5’ - AAG GCA TCA AGG CAG GAT AGC-
37, 1 429 bp, -S1 2
S 226 bp. : 5 - 21 , PCR
GGC TCA AGT TCC GGA ACAGT-3’, A 1.
:5” - CTC GCG GAG ATT GAC GAG ATG
T-3°, B :5° -CAG GTT GGT
GAG TGA CTG GAG A-3’, C :
5’ - GGT CCT AGG AAT CCT GAT GTT G-3’. 500 bp
PCR :94 °C 1 min , 94°C 1min
30's , 59°C 1min30s , 72°C 2 min
, 30 , 72°C 10 min. PCR 250 bp
:94 C 1 min , 94 °C 30s ,
58 °C 30 s , 72°C30s , 35 . NT-
PCR 3% HBV 100 bp
13 - -§ Y624 F189 188 187 186 185
(4-181 pCR-TA - 1 HBV DNA PCR
(PCR) - -5 : - =S P1:5° -
CTA GAT TCT ATC CTACCC ACAC’, P2:5’ -TTG , HBV A
GGA ACA AAA GAT TCG TCC-3’, P1 70-72 nt PCR 68 bp, B 281 bp, C
- ATG, P2 30-32 nt 122 bp. 15 ; B 1,
-S1 ATG. PCR :94°C 1min  BI/C 5 ,C 9 .
, 94°C 60s ,60C60s ,72°Ce60s 22 - =S - =S
, 35 , 72 °C 10 min. 135bp, 31 2.
- PCR 1% 218 nt, - =S 46 nt
, , PCR , Promega -S1  37nt,
pGEI\/l Teasy . 100.0%, 73.5%; - -S
JM109, (Amp)  X-gal 70-204 nt, 100.0%, 89.6%,
, .DNA ;- =S
pGEM Teasy 220 bp ) 3 -S1
, . pGEM Teasy )
T7. SP6 ,
1.4 DNASIS 2.5 Vector 8.0 95%, 2
HBV - -S 20 nt ,
TCA, F244 3 TTA
, C—T , 14
( ) ; , ,
; ( ) )s ; , Y948 2
, ( 70%) 114 C—T . 155 C—A
( ) , , F332 2 128 C—T
/ , , Y1001 2 167 T—C ,
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70 119
F238-2B (69) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
F238-3 B (69) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
F244-1B/C (70) ATGCAGTTAATCATTACTTTAAAACTAGGCATTATTTACATACTCTGTGG
F244-2 B/C (69) ATGCAGTTAATCATTACTTTAAAACTAGGCATTATTTACATACTCTGTGG
F244-3 B/C (70) ATGCAGTTAACCATTACTTTAAAACTAGGCATTATTTACATACTCTGTGG
F246-2 C (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
F246-3 C (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
F246-4 C (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
F248-1C (69) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACACACTCTGTGG
F248-2 C (70) ATGCAGTTCATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
F248-4 C (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
F222-5C (70) ATGCAGTTAATCATTACTTCCAAACTAGGCATTATTTACATACTCTGTGG
Y948-1C (70) ATGCAGTTAATCATTACTTCCAAACTAGGCATTATTTACATACTTTGTGG
Y948-2C (70) ATGCAGTTAATCATTACTTCCAAACTAGGCATTATTTACATACTTTGTGG
Y949-1C (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Y949-2C (69) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Y951-1C (69) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Y951-2C (69) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Y967-1C (69) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Y967-2C (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Y991-2C (70) ATGCAGTTAATCATTACTTCAAAACCAGGCATTATTTACATACTCTGTGG
Y991-3C (70) ATGCAGTTAATCATTACTTCACAACCAGGCATTATTTACATACTCTGTGG
Y992-1C (70) ATGCAGTTAATCATTACTTCCAAACTAGGCATTATTTACATACTCTGTGG
Y992-2C (70) ATGCAGTTAATCATTACTTCCAAACTAGGCATTATTTACATACTCTGTGG
F332-1B/IC (70) ATGCAGTTAATCATTACTTCAAAACCAGGCATTATTTACATACTCTGTGG
F332-2 B/C (70) ATGCAGTTAATCATTACTTCAAAACCAGGCATTATTTACATACTCTGTGG
Y999-1B/C (70) ATGCAGTTAACCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Y1001-1B/C (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Y1001-3 B/C (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Y994-1B/C (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Y994-2 B/C (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
Consensus (70) ATGCAGTTAATCATTACTTCAAAACTAGGCATTATTTACATACTCTGTGG
120 169
F238-2B (119) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F238-3 B (119) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F244-1B/C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F244-2 B/C (119) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F244-3 B/C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F246-2C (120) AAGGCGGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F246-3 C (120) AAGGCGGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F246-4 C (120) AAGGCGGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F248-1C (119) AAGGCGGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F248-2 C (120) AAGGCGGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F248-4C (120) AAGGCGGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F222-5C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y948-1C (120) AAGGCTGGCATTTTATATAAGAGAGAAACTACACGAAGTGCCTCATTTTG
Y948-2C (120) AAGGCTGGCATTTTATATAAGAGAGAAACTACACGAAGTGCCTCATTTTG
Y949-1C (120) AAGGCGGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y949-2C (119) AAGGCGGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y951-1C (119) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y951-2C (119) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y967-1C (119) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y967-2C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y991-2C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y991-3C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y992-1C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGTGCCTCATTTTG
Y992-2C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGTGCCTCATTTTG
F332-1B/IC (120) AAGGCTGGTATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
F332-2 B/C (120) AAGGCTGGTATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y999-1 B/C (120) AAGGCGGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y1001-1B/C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTCTG
Y1001-3 B/C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTCTG
Y994-1 B/C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Y994-2 B/C (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
Consensus (120) AAGGCTGGCATTCTATATAAGAGAGAAACTACACGCAGCGCCTCATTTTG
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170 04
F238-2B (169) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F238-3B (169) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F244-1BIC (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F244-2B/C (169) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F244-3B/C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F246-2C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F246-3C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F246-4C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F248-1C (169) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F248-2C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F248-4C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F222-5C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y948-1C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y948-2C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y949-1C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y949-2C (169) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y951-1C (169) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y951-2C (169) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y967-1C (169) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y967-2C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y991-2C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y991-3C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y992-1C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y992-2C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F332-1B/C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
F332-2B/C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y999-1B/C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y1001-1B/C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y1001-3B/C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y994-1B/C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Y994-2B/C (170) TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
Consensus 270 TGGGTCACCATATTCTTGGGAACAAGAGCTACAGC
2 - =S . Consensus:
23 - =S 31
3. - =S 45 aa,
75.6%, 2 , 1-20aa ,
60.0%; 21-45 , 88.0%.
2 ,
, F244 3 7
S—L 14
s
: ), F332 2 20
A—V , Y948 2 29
A—E , Y1001 2
33 F—S ,

1 45
f222-5 (1) MQLITSKLGHYILCGRLAFYIREKLHAAPHFVGHHILGNKSYS
f238-2 (1) MQLITSKLGIIYILCGRLAFYIREKLHAAPHFVGHHILGNKSYS
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Abstract

AIM: To investigate the biological function of pre-X protein
encoded by hepatitis B virus (HBV) genome, and to screen
proteins in hepatocytes interacting with pre-X protein by
yeast-two hybrid technique.

METHODS: The pre-X gene was amplified by polymerase
chain reaction (PCR) and pre-X bait plasmid was con-
structed by using yeast-two hybrid system 3, then the con-
structed vector was transformed into yeast AH109. The
transformed yeast mated with yeast Y187 containing hepa-
tocytes cDNA library plasmid in 2" YPDA medium. Diploid
yeast was plated on synthetic dropout nutrient medium
(SD/-Trp-Leu-His-Ade) and synthetic dropout nutrient
medium (SD/-Trp-Leu-His-Ade) containing x-a-gal for
selecting two times and screening. After extracting and
sequencing of plasmid from blue colonies, the results were

analyzed by bioinformatics.

RESULTS: Nineteen colonies were sequenced, in which five
colonies were homo sapiens ferritin, one colonies was homo
sapiens insulin-like growth factor binding protein 3
(IGFBP3), one homo sapiens aldolase B, one homo sapiens
gene for glycosylphosphatidylinositol anchor attachment 1
(GAA1), one homo sapiens hemopexin, one homo sapiens
C1 esterase inhibitor (C1-INH), one homo sapiens
vitronectin, one homo sapiens voltage-dependent anion
channel 1 (VDAC1), one hepsin (transmembrane protease,
serine 1), one homo sapiens spindling, one homo sapiens
plasminogen (PLG), three hypothetical proteins, and one
homo sapiens chromosome 16 clone RP11-542M13.

CONCLUSION: Genes of pre-X interacting proteins in hepa-
tocytes are successfully cloned and the results bring some
new clues for studying the biological functions of pre-X
and associated proteins.

Liu M, Wang L, Cheng J, Zhang SL, Shao Q, Zhang J, Yang Q, Dong J.
Screening and identification of interacting proteins with pre-X protein
of hepatitis B virus in hepatocytes by yeast-two hybrid technique. Shijie
Huaren Xiaohua Zazhi 2004;12(4):790-793
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Abstract

AIM: To identify pre-X region in hepatitis B virus (HBV)
genome and to study the relationship between the geno-
type and the existence of pre-X region.

METHODS: HBV genomic DNA was extracted from the sera
of patients with HBV infection. Multiple-primers polymerase
chain reaction (PCR) method was used to identify the geno-
type of HBV strains. Pre-X region was amplified by PCR
method, and TA cloning technique was used to clone the
DNA fragment into pGEM Teasy vector. After sequencing
of the target region, Vector 8.0 software was used to analysis
the sequences.

RESULTS: Seventeen samples were collected in this study.
One genotype A, 3 genotype B, 10 genotype C and 3 B/C
genotype mixture were identified. After sequencing, 27
clones from 45 clones (60%) were found encoding the
pre-X peptide. Eighteen from 27 clones (66.7%) pre-X
coding sequences were found from C genotype. Three
types of replacement mutation led to pre-mature coding
of pre-X gene. The mutation in pre-X peptide had feature

of individually mutation.

CONCLUSION: Coding of the pre-X gene is popular in HBV
genome.

Dong J, Yang Q, Cheng J. Molecular epidemiological features of pre-
X region in hepatitis B virus genome. Shijie Huaren Xiaohua Zazhi
2004;12(4):794-800
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F325-2B (31) TTGGGGCTTGGCCATAGGCCATCAGCGCATGCGTGGAACCTTTGTGTCTC
F325-3B (31) TTGGGGCTTGGCCATAGGCCATCAGCGCATGCGTGGAACCTTTGTGTCTC
F325-4B (31) TTGGGGCTTGGCCATAGGCCATCAGCGCATGCGTGGAACCTTTGTGTCTC
F325-6B (31) TTGGGGCTTGGCCATAGGCCATCAGCACATGCGTGGAACCTTTGTGTCTC
F326-1C (31) ATGGGGCTTGGCCATAGGCCATCAGCGCATGCGTGGAACCTTTGTGGCTC
F326-2C (31)ATGGGGCTTGGCCATAGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC
F326-4C (31) ATGGGGCTTGGCCATAGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC
F326-6C (31) ATGGGGCTTGGCCATAGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC
F327-1C (31) TTGGGGCTTGGCTATAGGCCATCAGCGCATGCGTGGAACCTTTGTGGCTC
F327-2C (31) TTGGGGCTTGGCTATAGGCCATCAGCGCATGCGTGGAACCTTTGTGGCTC
Y931-2B (31)ATGGGGCTTGGCTATTGGCCATCGCCGCATGCGTGGAACCTTTGTGGCTC

Y931-3B (31) ATGGGGCTTGGCTATTGGCCATCGCCGCATGCGTGGAACCTTTGTGGCTC
Y933-1B (31) TTGGGGCTTGGCCATAGGCCATCAGCGCATGCGTGGAACCTTTGTGTCTC
Y933-2B (31) TTGGGGCTTGGCCATAGGCCATCAGCGCATGCGTGGAACCTTTGTGTCTC
Y940-4C (31)ATGGGGCTTGGCTATTGGCCATCGCCGCATGCGTGGAACCTTTGTGGCTC
Y942-3C (31)ATGGGGCTTGGCTATTGGCCATCGCCGCATGCGTGGAACCTTTGTGGCTC
Y943-1A (31) TTGGGGCTTGGCCATAGGCCATCAGCGCATGCGTGGAACCTTTGTGTCTC
Y947-2C (31) ATGGGGCTTGGCCATAGGCCATCAGCGCGTGCGTGGAACCTTTGTGGCTC
Y947-3C (31) ATGGGGCTTGGCCATAGGCCATCAGCGCATGCGTGGAACCTTTGTGGCTC
Y949-2C (31)ATGGGGCTTGGCTATTGGCCATCGACGCATGCGTGGAACCTTTGTGGCTC
Y949-3C (31)ATGGGGCTTGGCTATTGGCCATCAACGCATGCGTGGAACCTTTGTGGCTC
Y949-4C (31)ATGGGGCTTGGCTATTGGCCATCAACGCATGCGTGGAACCTTTGTGGCTC
Y949-5C (31)ATGGGGCTTGGCTATTGGCCATCAACGCATGCGTGGAACCTTTGTGGCTC
Y982-1B/C(31)ATGGGGCTTGGCCATTGGCCATCAGCGCATGCGTGGAACCTTTGTGGCTC
'Y982-3B/C(31)ATGGGGCTTGGCCATAGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC
Y982-4B/C(31)ATGGGGCTTGGCCATTGGCCATCAGCGCATGCGTGGAACCTTTGTGGCTC
Y982-5B/C(31)ATGGGGCTTGGCCATAGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC
Y982-6B/C(31)ATGGGGCTTGGCCATTGGCCATCAGCGCATGCGTGGAACCTTTGTAGCTC
Y983-2B/C(31)ATGGGGCTTGGCCATCGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC
Y983-3B/C(31)ATGGGGCTTGGCCATCGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC
Y985-2C (31) ATGGGGCTTGGCCATAGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC
Y985-3C (31) ATGGGGCTTGGCCATAGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC
Y985-6C (31) ATGGGGCTTGGCCATAGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC
Consensus (31)ATGGGGCTTGGCCATAGGCCATCGGCGCATGCGTGGAACCTTTGTGGCTC

81 130
F296-1C (81) CTCTGCCGATCCATACTGCGGAACTCCTTGCAGCTTGTTTTGCTCGCAGC
F296-4C (81)CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F296-5C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F298-1C (81)CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F298-2C (81) CTCAGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F298-3C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F298-5C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F299-1C (81)CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F299-2C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F300-1B/C (81)CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F300-2B/C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F300-4B/C (81)CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F325-2B (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCCGCTTGTTTTGCTCGCAGC
F325-3B (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCCGCTTGTTTTGCTCGCAGC
F325-4B (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCCGCTTGTTTTGCTCGCAGC
F325-6B (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCCGCTTGTTTTGCTCGCAGC
F326-1C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCCTGTTTTGCTCGCAGC
F326-2C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCCTGTTTTGCTCGCAGC
F326-4C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCCTGTTTTGCTCGCAGC
F326-6C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCCTGTTTTGCTCGCAGC
F327-1C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
F327-2C (81)CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y931-2B (81) CTCTGCCGATCCATACTGCGGAACTTCTAGCAGCTTGTTTTGCTCGCAGC

Y931-3B (81) CTCTGCCGATCCATACTGCGGAACTTCTAGCAGCTTGTTTTGCTCGCAGC
Y933-1B (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCCGCTTGTTTTGCTCGCAGC
Y933-2B (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCCGCTTGTTTTGCTCGCAGC
Y940-4C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y942-3C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
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Y943-1A (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCCGCTTGTTTTGCTCGCAGC
Y947-2C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y947-3C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y949-2C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y949-3C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y949-4C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y949-5C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y982-1B/C (81) CCCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y982-3B/C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCCTGTTTTGCTCGCAGC
Y982-4B/C (81) CTCTGCCGATCCGTACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y982-5B/C (81)CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y982-6B/C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y983-2B/C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y983-3B/C (81)CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y985-2C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y985-3C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Y985-6C (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC
Consensus (81) CTCTGCCGATCCATACTGCGGAACTCCTAGCAGCTTGTTTTGCTCGCAGC

131 180
F296-1C (131) CGGTCTGGGGCAAACCTTATCGGAACTGACAACTCTGTTGTCCTCTCTCG
F296-4C (131) CGGTCTGGAGCAAACCTTATCGGAACTGACAACTCTGTTGTCCTCTCTCG
F296-5C (131) CGGTCTGGAGCAAACCTTATCGGAACTGACAACTCTGTTGTCCTCTCTCG
F298-1C (131) CGGTCTGGAGCAAAACTTATCGGCACCGACAACTCTGTTGTCCTCTCTCG
F298-2C (131) CGGTCTGGGGCGAAACTTATCGGAACCGACAACTCTGTCGTCCTCTCTCG
F298-3C (131) CGGTCTGGGGCGAAACTTATCGGAACCGACAACTCTGTCGTCCTCTCTCG
F298-5C (131) CGGTCTGGAGCGAAACTTATCGGAACCGACAACTCTGTTGTCCTCTCTCG
F299-1C (131) CGATCTGGAGCAAAACTTATCGGCACCGACAACTCTGTTGTCCTCTCTCG
F299-2C (131) CGGTCTGGAGCAAAACTTATCGGCACCGACAACTCTGTTGTCCTCTCTCG
F300-1B/C(131)CGGTCTGGAGCGAAACTTATCGGAACTGACAACTCTGTTGTCCTCTCTCG
F300-2B/C(131)CGGTCTGGAGCGAAACTTATCGGAACTGACAACTCTGTTGTCCTCTCTCG
F300-4B/C(131)CGGTCTGGAGCGAAACTTATCGGAACTGACAACTCTGTTGTCCTCTCTCG
F325-2B(131)AGGTCTGGGGCAAAACTCATCGGGACTGACAATTCTGTCGTGCTCTCCCG
F325-3B(131)AGGTCTGGGGCAAAACTCATCGGGACTGACAATTCTGTCGTGCCCTCCCG
F325-4B(131)AGGTCTGGGGCAAAACTCATCGGGACTGACAATTCTGTCGTGCTCTCCCG
F325-6B (131)AGGTCTGGGGCAAAACTCATCGGGACTGACAATTCTGTCGTGCTCTCCCG
F326-1C(131)CGGTCTGGGGCAAAACTTATCGGCACCGACAACTCCGTTGTCCTCTCTCG
F326-2C(131)CGGTCTGGGGCAAAACTTATCGGCACCGACAACTCCGTTGTCCTCTCTCG
F326-4C(131)CGGTCTGGGGCAAAACTTATCGGCACCGACAACTCCGTTGTCCTCTCTCG
F326-6C (131) CGGTCTGGGGCAAAACTTATCGGCACCGACAACTCCGTTGTCCTCTCTCG
F327-1C(131)CGGTCTGGAGCAAAACTTCTCGGCACCGACAACTCTGTTGTCCTCTCTCG
F327-2C (131)CGGTCTGGAGCAACACTTCTCGGCACCGACAACTCTGTTGTCCTCTCTCG
Y931-2B (131) CGGTCTGGAGCGAAACTTATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y931-3B(131) CGGTCTGGAGCGAAACTTATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y933-1B(131)AGGTCTGGAGCGAAACTCATCGGGACTGACAATTCTGTCGTGCTCTCCCG
Y933-2B(131)AGGTCTGGAGCAAAACTCATCGGGACTGACAATTCTGTCGTGCTCTCCCG
Y940-4C (131) CGGTCTGGAGCGAAACTTATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y942-3C(131) CGGTCTGGAGCGAAACTTATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y943-1A(131)AGGTCTGGAGCAAAACTCATCGGGACTGACAATTCTGTCGTGCTCTCCCG
Y947-2C(131)CGGTCTGGAGCGAAACTTATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y947-3C(131) CGGTCTGGAGCGAAACTTATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y949-2C (131)CGGTCTGGAGCGAAACTTATCGGCACCGACAACTCTGTTGTCCTCTCTCG
Y949-3C (131) CGGTCTGGAGCAAAACTTATCGGCACCGACAACTCTGTTGTCCTCTCTCG

Y949-4C (131) CGGTCTGGAGCAAAACTTATCGGCACCGACAACTCTGTTGTCCTCTCTCG
Y949-5C (131) CGGTCTGGAGCAAAACTTATCGGCACCGACAACTCTGTTGTCCTCTCTCG
Y982-1B/C(131)CGGTCTGGAGCGAAACTTATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y982-3B/C(131)CGGTCTGGGGCAAAACTTATCGGCACCGACAACTCCGTTGTCCTCTCTCG
Y982-4B/C(131)CGGTCTGGAGCGAAACTTATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y982-5B/C(131)CGGTCTGGGGCAAAACTTATCGGCACCGACAACTCAGTTGTCCTCTCTCG
Y982-6B/C(131)CGGTCTGGAGCGAAACTTATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y983-2B/C(131)CGGTCTGGAGCGAAACTCATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y983-3B/C(131)CGGTCTGGAGCGAAACTCATCGGAACCGACAACTCTGTTGTCCTCTCTCG
Y985-2C(131)CGGTCTGGGGCAAAACTTATCGGCACCGACAACTCAGTTGTCCTCTCTCG
Y985-3C(131) CGGTCTGGGGCAAAACTTATCGGCACCGACAACTCAGTTGTCCTCTCTCG
Y985-6C (131)CGGTCTGGGGCAAAACTTATCGGCACCGACAACTCAGTTGTCCTCTCTCG
Consensus (131) CGGTCTGGAGCAAAACTTATCGGACCGACAACTCTGTTGTCCTCTCTCG

181 198
F296-1C (181) GAAATACACCTCCTTTCC
F296-4C (181) GAAATACACCTCCTTTCC
F296-5C (181) GAAATACACCTCCTTTCC
F298-1C (181) GAAATACACCTCCTTTCC
F298-2C (181) GAAATACACCTCTTTTCC
F298-3C (181) GAAATACACCTCTTTTCC
F298-5C (181) GAAATACACCTCCTTTCC
F299-1C (181) GAAATACACCTCCTTTCC
F299-2C (181) GAAATACACCTCCTTTCC
F300-1B/C(181) GAAATACACCTCCTTTCC
F300-2B/C (181) GAAATACACCTCCTTTCC
F300-4B/C (181) GAAATACACCTCCTTTCC
F325-2B (181) CAAGTACACCTCATTTCC
F325-3B (181) CAAGTACACCTCATTTCC
F325-4B (181) CAAGTACACCTCATTTCC
F325-6B (181) CAAGTACACCTCATTTCC
F326-1C (181) GAAATACACCTCCTTTCC
F326-2C (181) GAAATACACCTCCTTTCC
F326-4C (181) GAAAGACACCTCCTTTCC
F326-6C (181) GAAATACACCTCCTTTCC
F327-1C (181) GAAATACACCTCCTTTCC
F327-2C (181) GAAATACACCTCCTTTCC
Y931-2B (181) GAAATACACCTCCTTTCC
Y931-3B (181) GAAATACACCTCCTTTCC
Y933-1B (181) CAAGTATACATCATTTCC
Y933-2B (181) CAAGTATACATCATTTCC
Y940-4C (181) GAAATACACCTCCTTTCC
Y942-3C (181) GAAATACACCTCCTTTCC
Y943-1A (181) CAAGTATACATCATTTCC
Y947-2C (181) GAAATACACCTCCTTTCC
Y947-3C (181) GAAATACACCTCCTTTCC
Y949-2C (181) GAAATACACCTCCTTTCC
Y949-3C (181) GAAATACACCTCCTTTCC
Y949-4C (181) GAAATACACCTCCTTTCC
Y949-5C (181) GAAATACACCTCCTTTCC
Y982-1B/C (181) GAAATACACCTCCTTTCC
Y982-3B/C (181) GAAATACACCTCCTTTCC
Y982-4B/C (181) GAAATACACCTCCTTTCC
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Y982-5B/C (181) GAAATACACCTCCTTTCC P, Y931 2
Y982-6B/C (181) GAAATACACCTCCTTTCC S; s 40 aa,

Y983-2B/C (181) GAAATACACCTCCTTTCC Y, Y983 2 H.
Y983-3B/C (181) GAAATACACCTCCTTTCC
Y985-2 C (181) GAAATACACCTCCTTTCC , 5aa  Y(10)/H(17)(
Y985-3 C (181) GAAATACACCTCCTTTCC , ), 6aa W(12)/R(15),
Y985-6 C (181) GAAATACACCTCCTTTCC 37aa G(11)/S(16), 38aa E(15)/K(12), 42aa
Consensus (181)GAAATACACCTCCTTTCC N(14)/H(13).
2 -X . Consensus:
3
[21-29] H BV

23 =X 27 , , HBV -S1

-X , 3. =X ORF, - =S [oy

56 aa, 73.2%. , X ORF, -
3 , 1-10 aa , X -X

60.0%; 11-36 aa 88.5%, ,

19-36 aa 94.4%; 37- HBV
56 aa , 60.0%. 17 HBV DNA ,
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, f201 HBV 26 aa, , HBV -X

1 56

f298-2
f298-3
f298-5
f326-1
326-2
f326-4
326-6
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y931-3
y940-4
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y947-2
y947-3
y949-2
y949-3
y949-4
y949-5
y982-1
y982-3
y982-4
y982-5
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Consensus
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MGLGYWPSPHAWNLCGSSADPYCGTPSSLFCSQPVWGETYRNRQLCRPLSEIHLFS
MGLGYWPSPHAWNLCGSSADPYCGTPSSLFCSQPVWGETYRNRQLCRPLSEIHLFS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWSETYRNRQLCCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWGKTYRHRQLRCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWGKTYRHRQLRCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWGKTYRHRQLRCPLSERHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWGKTYRHRQLRCPLSEIHLLS
MGLGYWPSPHAWNLCGSSADPYCGTSSSLFCSQPVWSETYRNRQLCCPLSEIHLLS
MGLGYWPSPHAWNLCGSSADPYCGTSSSLFCSQPVWSETYRNRQLCCPLSEIHLLS
MGLGYWPSPHAWNLCGSSADPYCGTPSSLFCSQPVWSETYRNRQLCCPLSEIHLLS
MGLGYWPSPHAWNLCGSSADPYCGTPSSLFCSQPVWSETYRNRQLCCPLSEIHLLS
MGLGHRPSARAWNLCGSSADPYCGTPSSLFCSQPVWSETYRNRQLCCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWSETYRNRQLCCPLSEIHLLS
MGLGYWPSTHAWNLCGSSADPYCGTPSSLFCSQPVWSETYRHRQLCCPLSEIHLLS
MGLGYWPSTHAWNLCGSSADPYCGTPSSLFCSQPVWSKTYRHRQLCCPLSEIHLLS
MGLGYWPSTHAWNLCGSSADPYCGTPSSLFCSQPVWSKTYRHRQLCCPLSEIHLLS
MGLGYWPSTHAWNLCGSSADPYCGTPSSLFCSQPVWSKTYRHRQLCCPLSEIHLLS
MGLGHWPSAHAWNLCGSPADPYCGTPSSLFCSQPVWSETYRNRQLCCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWGKTYRHRQLRCPLSEIHLLS
MGLGHWPSAHAWNLCGSSADPYCGTPSSLFCSQPVWSETYRNRQLCCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWGKTYRHRQLSCPLSEIHLLS
MGLGHWPSAHAWNLCSSSADPYCGTPSSLFCSQPVWSETYRNRQLCCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWSETHRNRQLCCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWSETHRNRQLCCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWGKTYRHRQLSCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWGKTYRHRQLSCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWGKTYRHRQLSCPLSEIHLLS
MGLGHRPSAHAWNLCGSSADPYCGTPSSLFCSQPVWSETYRNRQLCCPLSEIHLLS

3 -X . Consensus:
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Abstract

AIM: To clone and identify a new gene NS5ATP2 and its
spliced variant transactivated by hepatitis C virus non-structural
protein 5A.

METHODS: On the base of subtractive cDNA library of
genes transactivated by NS5A protein of hepatitis C virus,
the coding sequence of new gene and its spliced variant
were obtained by bioinformatics methods. Polymerase
chain reaction (PCR) was conducted to amplify NS5ATP2
gene.

RESULTS: The coding sequence of new gene and its spliced
variant were cloned and ldentification successfully.

CONCLUSION: A novel gene has been recognized as the

new target transactivated by HCV NS5A protein. These
results bring some new clues for studying the biological
functions of the new gene and pathogenesis of the viral
proteins.

Yang Q, Cheng J, Liu Y, Hong Y, Wang JJ, Zhang SL. Cloning and
identification of NS5ATP2 gene and its spliced variant transactivated
by hepatitis C virus non-structural protein 5A. Shijie Huaren Xiaohua
Zazhi 2004;12(4):801-804

: HCV NS5A
NS5ATP2 N
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cDNA , , HepG2
RNA, (RT-PCR),
NS5ATP2 ,  NS5ATP2
: R HCV
NS5A NS5ATP2(615)
NS5ATP2(216),
) ) ) ) ) . NS5A
2 DNA
2004;12(4):801-804
http://lwww.wjgnet.com/1009-3079/12/801.asp
0
(HCV) RNA
, (-4, NS5A
’ [5_6]. N
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HepG2 )
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, NS5ATP2[-191,
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, NS5ATP2 , 615bp 500 bp , 1. PCR
NS5ATP2 , T- , ,
NS5ATP2 , , 2.
2000 bp —~
1.1 HepG2
DHb5a , Tagq 750 bp —~
Promega , PGEM-T Promega 500 bp —~
.DNA
1.2 NS5ATP2
NS5A cDNA , 1 NS5ATP2 PCR
90 . GenBank K oRL
15 ’ M 111 6-3
. (NIH)
(NLM) (NCBI) 2 000 bp —~
(GenBank) (BLASTN), 750 bp —
GenBank 500 bp =
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615 bp, 207 [t-13, 2 PEGM-T-NS5ATP2
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NS5ATP2 , .
5’ -GGA TTC ATG GCT TCG GTC TCC TCT GC-3’,
5" -GGT ACC TCA GGA GTG TGG CTC ACT

GG -3’. PCR, PCR
:94°C 2 min , 94°C60s , 60 °C 60s
, 72 °C 60 s , 35 , 12 °C
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1.4 PCR 0.9%
, , PCR
, pGEM-T , DHb5a ,
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1.5
, NS5ATP2
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2.2

, NS5ATP2
, 615 bp,

NS5ATP2

NS5ATP2
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615
513
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513
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513

615
513

615
513

615
513

615
513

513 bp,
219 bp.
NS5ATP2(615 bp) NS5ATP2(513 bp)
, 3:

-

ATG GCT TCG GTC TCC TCT GCG ACC TTC TCG
ATG GCT TCG GTC TCC TCT GCG ACC TTC TCG

GGC CAC GGG GCT CGG TCC CTA CTG CAG TTC
GGC CAC GGG GCT CGG TCC CTACTG CAG TTC

CTG CGG CTG GTA GGG CAG CTC AAG AGA GTC
CTG CGG CTG GTA GGG CAG CTC AAG AGA GTC
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CAG AGG CCG GAG AGC GTT TCA GAT CAC ATG
CAG AGG CCG GAG AGC GTT TCA GAT CAC ATG

TAC CGG ATG GCA GTT ATG GCT ATG GTG ATC
TAC CGG ATG GCA GTT ATG GCT ATG GTG ATC

AAA GAT GAC CGT CTT AAC AAA GAC CGA TGT
AAA GAT GAC CGT CTT AAC AAAGACC-- ---
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Abstract

AlIM: To explore the biological and immunoregulatory func-
tions of hepatitis B e antigen (HBeAg) which is a secreted
nonparticulate version of the viral nucleocapsid hepatitis B
core antigen (HBcAQ), yeast-two hybrid technique was
performed to seek proteins in hepatocytes interacting with
HBeAg and a novel gene named as E-19 was identified. To
clone E-19 homologous gene from different species, a
Macaca fascicularis homologous gene E-19 was identified
by bioinformatics.

METHODS: HBeAg bait plasmid was constructed and trans-
formed into yeast AH109 (a type). AH109 was mated with
yeast cells Y187 (a type) containing liver cDNA library plasmid
pCAT2 in 2" YPDA medium. Plasmid of true positive blue
colonies were extracted and analyzed by DNA sequencing
and a new human gene E-19 was identified. A Macaca

fascicularis homologous gene E-19 was identified by
bioinformatics methods.

RESULTS: A Macaca fascicularis homologous gene E-19
was identified by bioinformatics. The Macaca fascicularis
homologous gene E-19 was consisted of 378 nt and en-
coded a protein of 125 aa.

CONCLUSION: Human gene E-19, a HBeAg interacting pro-
teins in hepatocytes, is successfully cloned by yeast-two
hybrid technique and a Macaca fascicularis homologous
gene E-19 is identified by bioinformatics.

Wu Y, Cheng J, Lu YY, Wang L, Liu Y, Zhang J, Li K. Identification and
sequence analysis of a Macaca fascicularis homologous gene to hu-
man hepatitis B virus e antigen binding protein E-19. Shijie Huaren
Xiaohua Zazhi 2004;12(4):805-808

e  (HBeAg) HBV

s HBV s
cDNA HBeAg E-19,
E-19
: 3, (PCR)
HBeAg pGBKT7
s AH109 s
cDNA pACT2 Y187 s
s E-19 s
E-19 .
HBeAg E-19.
s E-19 s
378 nt, 125 aa
HBeAg E-19
’ N E_ 19 ) E— 19
E E-19

. 2004;12(4):805-808
http://lwww.wjgnet.com/1009-3079/12/805.asp

(HBV)
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, , X-a- (X-a-gal)
HBeAg . HBeAg , GenBank .
2.3 RT-PCR
-3 HBeAg T E-19 ,
HBcAg Thi Thl -HBc 351 bp, GenBank AF529373( 1).
) Th2 ,  HBV 24 E-19
, ] HBeAg , . E-19 , E-
, HBeAg N N
) ) ( 2).
cDNA HBeAg 25 E-19
, E-19, E-19 E-19 , 13nt
) , . 96.56% (365/378); E-19
E-19 , , 6aa )
95.20% (119/125). , E-19
1 , E-19 255-256 nt ,
1.1 AH109 (MA Ta, trp1-901, leu2- E-19 27 nt ,
3, 112, ura3-52, his3-200, gal4“, gal80”, LYS2: 9aa ,
GAL1yas—-GALLrata-HIS3, GAL2yas-GAL2a1A- ( 3, 4.

ADE2URA3::MEL17ata-lac Z MEL1). cDNA

(Y187). pGBKT7-BD. pGADT7-AD

YPD . SD/-Trp. SD/-Leu, SD/-Trp/-
Leu/-His, SD/-Trp/-Leu/-His/-Ade . X-a-
gal Clontech Taq DNA . TADNA

. EcORI Pstl Takara . IPTG
X-a-Gal pGEM-T . RT-PCR

Promega . HBeAg (P15” - GAATTC ATG
CAACTT TTT CACCTC TG -3’, p25’ - CTG CAG
GCC CCA AAG CCA CCC AAG GC-3’, E-19

(P35’ -GAATTC ATG TCA TGG ACA CCC ACC
TC -3’ ,P45’- GGA TCC AGA AAG AAA CAG GGT GAG
GG -3’ DNA

1.2
1.2.1 PCR HBeAg pGBKT7
, AH109
1 x 10%L",  1mi(1 109 ,
6-18d . RT-PCR
E-19 :
122 E-19 HBeAg E-
19 )
(www.ncbi.nlm.nih.gov/blast),
nr )
E-19
2
2.1 pGBKT7-HBeAg
HBeAg , pGBKT7
AH109
2.2

(SD/-Trp-Leu-Ade-His)

1 E-19

M § w T P TS C S C G L G D G
1 ATGTCATGG ACACCCACCTCTTGT TCCTGC GGC CTC GGT GAT GGC
I G H 1 L GV Q R R P T R AR
46 ATAGGT CACATT TTG GGAGTT CAG AGG AGG CCT ACA AGG GCAAGG
S b G R A RLV L R A S L S L
91 TCAGAT GGC AGAGCAAGGTTG GTCCTCAGGGCCTCTCTAAGCCTT
R AP P L L G L G CL V N C H
136 AGG GCCCCTCCTCTCCTTGGCCTT GGCTGTTTGGTT AACTGT CAC
L P L R A S AL Y L F P S S Q
181 CTTCCACTCAGG GCCTCTGCT CTATATCTATTC CCT TCC AGC CAG
T G R W G L P P TP E D E D K
226 ACT GGC AGATGG GGG CTT CCCCCT ACCCCTGAG GAT GAG GAC AAG
P L G Q F SV P V L L P W A A
271 CCCCTCGGCCAGTTCAGCGTTCCCGTGCTTCTCCCTTGG GCAGCC
s L L s P S P C F F L *
316 TCTCTCTTGAGCCCCTCACCCTGTTTCTTTCTG TGA

(GenBank ; AF529373).

1 ATGTCATGGACACCCACCTCTTGTTCCTGCGGCCTCGGTGATGGC
M §WwWT®PTSUCSCGTLGDG
46 ATAGGTCACATTTTGAGAGTTCAGAGGAGGCCTACAAGGGCAAGG
I G HI LRV QRRZPTRAR
91 TCAGATGGCAGAGCAAGGTTGGTCCTCAGGGCCTCACTAAGCCTT
S DGRARLVILRASTLSIL
136 AGGGCCCCTCCTCTCCTTGGCCTTGGCTGTTTGGTTAGCTGTCAC
R APPLLGLSGT CLVSCH
181 CTCCCACTCAGGGCCTCTGCTCTATGTCTATTCCCTTCCAGCCAG
L PLRASALTCLTEFZPSSAOQ
226 ACTAGCAGATGGGGCCTCCCCCCTACCCCTACTTTTTGCATGGCA
T SRWSGULPPT®PTZ FCMA
271 GCAGGTACCCCTGAGGACAAGGACAAGCCCCTTGGCCAGTTCAGT
A G TPEDIKDIK®PLGQF S
316 GTTCCCATGCTTCTCCCTTGGGCAGCCTCTCTCTTGAGCCCCTCA
vV PMLLPWAASTLILSPS
361 CCCTGTTTCTTTCTGTGA 378
p C F F L *

2 E-19
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ATGTCATGGACACCCACCTCTTGTTCCTGCGGCCTCGGTGATGGC
ATGTCATGGACACCCACCTCTTGTTCCTGCGGCCTCGGTGATGGC

ATAGGTCACATTTTGGGAGTTCAGAGGAGGCCTACAAGGGCAAGG
ATAGGTCACATTTTGAGAGTTCAGAGGAGGCCTACAAGGGCAAGG

TCAGATGGCAGAGCAAGGTTGGTCCTCAGGGCCTCTCTAAGCCTT
TCAGATGGCAGAGCAAGGTTGGTCCTCAGGGCCTCACTAAGCCTT

AGGGCCCCTCCTCTCCTTGGCCTTGGCTGTTTGGTTAACTGTCAC
AGGGCCCCTCCTCTCCTTGGCCTTGGCTGTTTGGTTAGCTGTCAC

CTTCCACTCAGGGCCTCTGCTCTATATCTATTCCCTTCCAGCCAG
CTCCCACTCAGGGCCTCTGCTCTATGTCTATTCCCTTCCAGCCAG

ACTGGCAGATGGGGGCTTCCCCCTACCCCT-=============—
ACTAGCAGATGGGGCCTCCCCCCTACCCCTACTTTTTGCATGGCA

———————————— GAGGATGAGGACAAGCCCCTCGGCCAGTTCAGC
GCAGGTACCCCTGAGGACAAGGACAAGCCCCTTGGCCAGTTCAGT

GTTCCCGTGCTTCTCCCTTGGGCAGCCTCTCTCTTGAGCCCCTCA
GTTCCCATGCTTCTCCCTTGGGCAGCCTCTCTCTTGAGCCCCTCA
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Abstract
AIM: To study the inhibitory effects of HCBP6 on the
transactivating effect of HCV core protein.

METHODS: The recombinant vectors expressive HCV core
protein and HCBP6 protein were constructed, respectively,
by routine molecular techniques. The hepatoblastoma cell
line HepG2 were co-transfected. The chloramphenicol
transferase (CAT) expressive levels under the SV40 early
promoter were determined by an enzyme-linked immuno-
sorbent assay (ELISA) kit.

RESULTS: The recombinant vectors of pcDNA3.1(-)-HCBP6
and pcDNA3.1(-)-core were constructed, and demonstrated
correctly by restriction enzyme digestion and sequencing
analysis. The hepatoblastoma cell line HepG2 was trans-
fected with the vector alone or combined, respectively.
The expression level of CAT indicated that the inhibitory
rate was 40.4-62.3%.

CONCLUSION: The expression of HCBP6 has inhibitory

effects on the transacting activity of HCV core protein.

Cheng J, Li K, Liu Y, Wang L, Lu YY, Zhong YW. Effects of HCBP6
protein on transactivating function of HCV core protein. Shijie Huaren
Xiaohua Zazhi 2004;12(4):809-812
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Abstract

AIM: To investigate the regulatory effects of non-struc-
tural protein 5A of hepatitis C virus (HCV NS) protein on
NS3TP6 gene promoter.

METHODS: The sequence of NS3TP6 gene promoter was
identified in GenBank by bioinformatics and amplified from
HepG2 genome by polymerase chain reaction (PCR), which
was cloned into pCAT3 reporter vector. The HepG2 cell
line was transfected by pCAT3-NS3TP6-p, and co-tranfected
by pCAT3-NS3TP6-p and pcDNA3.1(-)-NS5A, respectively.
The chloramphenicol acetyltransferase (CAT) activity was
detected by an enzyme-linked immunosorbent assay
(ELISA) kit.

RESULTS: The recombinant vector of reporter gene ex-
pressive vector pCAT3-NS3TP6-p was approved correctly
by restriction enzyme digestion and sequencing analysis.
In the transfection experiment of HepG2, pCAT3-NS3TP6-p
had higher activity of CAT expression than that of pCAT3-
basic demonstrated by an ELISA kit. The expression level

of CAT in co-transfection of pCAT3-NS3TP6-p and pcDNA3.1
(-)-NS5A was 1.87 times as higher as that of pCAT3-
NS3TP6-p plasmid alone.

CONCLUSION: Cell transfection and ELISA technology are
successfully used to prove the results from microarray of
HCV NS5A, which brings some new clues for studying the
trans-regulated and immune regulation mechanism of NS5A.

Hong Y, Yang Q, Cheng J, Liu Y, Wang JJ. Up-regulating effect of
hepatitis C virus NS5A protein on NS3TP6 gene promoter. Shijie Huaren
Xiaohua Zazhi 2004;12(4):813-816
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Abstract

AIM: To investigate the biological functions of a novel hepa-
titis B virus e antigen (HBeAg) binding protein E-18, and to
use cDNA microarray technique to screen genes regulated
by E-18.

METHODS: A novel gene E-18 coding for HBeAg was
screened and identified by using yeast two-hybrid system
3 and co-immunoprecipitation technique. The E-18 coding
DNA fragment was amplified by reverse transcription poly-
merase chain reaction (RT-PCR) technique from HepG2
cell. The expressive vector of pcDNA3.1-E-18 was con-
structed by routine molecular biological methods. The
HepG2 cells were transfected with pcDNA3.1(-) and
pcDNA3.1-E-18, respectively by using lipofectamine. The
total RNA was isolated and reverse transcribed. The cDNA
of each sample were subjected to microarray screening

with 1 152 cDNA probes and analyzed by bioinformatics.

RESULTS: E-18 cDNA sequence was obtained and identified
by yeast two-hybrid screening and bioinformatics analysis.
The expressive vector was constructed and confirmed by
DNA sequencing analysis and restriction enzyme digestion.
High quality mRNA and cDNA of transfected HepG2 cells
had been prepared and successful microarray screening
conducted. From the scanning results, there were 52 differ-
ential expression genes, of which 36 genes were down-
regulated, and 16 genes were up-regulated.

CONCLUSION: Microarray technique is successfully used
to screen the genes trans-regulated by E-18. The expres-
sion of E-18 protein affects the expression spectrum of
HepG2 cell.

Lu YY, Liu Y, Cheng J, Ling YD, Chen TY, Shao Q, Wang L, Zhang LX.
Screening and identification of genes trans-regulated by a novel HBeAg
binding protein E-18 with microarray assay. Shijie Huaren Xiaohua Zazhi
2004;12(4):817-820
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Abstract

AIM: Augmenter of liver regeneration (ALR) is a protein
that plays a role in liver regeneration. In order to clarify
the effect of the expression of ALR on profile of the
hepatocytic gene expression, we analyzed difference between
the HepG2 cells transfected with ALR and controls by using
gene chip technology.

METHODS: Total RNA was extracted from HepG2 cells,
and RT-PCR was performed to amplify the coding region
of ALR. The expression of ALR in the transfected HepG2
cells was confirmed by Western blot. Total mRNA was isolated
from the transfected HepG2 cells with pcDNA3.1(-) and
pcDNA3-ALR, respectively. cDNA was prepared by reverse
transcription. Microarray assay was conducted for screening
of up-and down-regulated genes in both HepG2 cells.

RESULTS: The expressive vector of pcDNA3(-)-ALR was
constructed and confirmed by restriction enzyme digestion
and DNA sequencing. The expression of ALR was confirmed
by Western blot. After screening with cDNA microarray,
we found 2 genes were up-regulated, and 24 genes in-
cluding TNFRSF1A-associated via death domain, tissue
inhibitor of metalloproteinase 1, epididymal androgen-related
protein, down-regulated.

CONCLUSION: ALR is a cell growth factor, which has some
influences on gene expression profile of hepatocytes;
Microarray technology is a method to analyze gene ex-
pression spectra of trans-regulation of a protein and con-
ducive to understand the regulative effect of ALR on hepa-
tocytes and other biological function.

Wang L, Li K, Cheng J, Zhang J, Shao Q, Liu M. Screening and
identification of genes transactivated by human augmenter of liver
regeneration by microarray assay. Shijie Huaren Xiaohua Zazhi 2004;12
(4):821-823
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Abstract

AIM: To investigate activity of orosomucoid 2 (ORM2) on
preS1 promoter (SP 1) of hepatitis B virus (HBV).

METHODS: Yeast one-hybrid system was employed in
screening of DNA-binding proteins specifically recognizing
HBV-SP | sequence, in which ORM2 was identified in
GenBank by bioinformatics. For further studying the inter-
action between ORM2 and HBV-SP I, the sequence of
ORM2 was amplified from HepG2 genome by polymerase
chain reaction (PCR) technique, which was then cloned
into pcDNA3.1(-) expression vector. The HepG2 cell line
was transfected by pCAT3- SP [, and co-transfected by
pCAT3-SP [ and pcDNA3.1(-)-ORM2, respectively. The
chloramphenicol acetyltransferase (CAT) activity was detected
by an enzyme-linked immunosorbent assay (ELISA) kit.

RESULTS: pCAT3-SP I had higher activity of CAT than
pCAT3-basic by ELISA kit. The expression of CAT from pCAT3-
SP I was increased 81.9%, as compared with that in the
co-transfection of pCAT3-SP 1 and pcDNA3.1(-)-ORM2.

CONCLUSION: Cell transfection and ELISA technology are
successfully used to prove the results from yeast one-hybrid
system, which brings some new clues for studying the
specific binding proteins of HBV- SP 1 and its transcrip-
tional regulation mechanism.

Hong Y, Cheng J, Yang Q, Liu Y, Wang JJ. Down-regulating effect of
orosomucoid 2 on preS1 promoter of hepatitis B virus. Shijie Huaren
Xiaohua Zazhi 2004;12(4):824-827
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Abstract

AIM: To investigate the biological functions of NS5ATP9,
and to screen proteins in leukocytes interacting NS5ATP9
protein by yeast-two hybrid.

METHODS: The NS5ATP9 gene was amplified by poly-
merase chain reaction (PCR) and NS5ATP9 bait plasmid
was constructed by using yeast-two hybrid system 3, and
the yeast AH109 was then transformed. The transformed
yeast mated with yeast Y187 containing leukocytes cDNA

library plasmid in 2° YPDA medium. Diploid yeast was plated

on synthetic dropout nutrient medium (SD/-Trp-Leu-His-
Ade) and synthetic dropout nutrient medium (SD/-Trp-Leu-

His-Ade) containing X-a-gal for selecting two times and
screening. After extracting and sequencing of plasmid DNA
from blue colonies, we underwent analysis by
bioinformatics.

RESULTS: Forty six colonies were sequenced, among which
thirteen colonies were Homo sapiens immunoglobulin light
chain, ten ubiquitin, two ferritin heavy chain, eleven Homo
sapiens rearranged immunoglobulin lambda light chain,
one 14-3-3 family protein, one Meningococcus PorA protein,
three RNA polymerase |11, one tobacco mitogen activated
protein kinase, two cytochrome P450 Il, one SLIT2 protein,
and one dependent-protein kinase catalylic subunit.

CONCLUSION: Genes of NS5ATP9 interacting proteins in
leukocytes are successfully cloned and the results bring
some new clues for studying the biological functions of
NS5ATP9 and associated proteins.

Li Q, Liang YD, Cheng J, Wang L, Zhang J, Shao Q, Liu M, Cheng ML.
Screening and cloning of genes coding for leukocyte proteins interacting
with NS5ATP9 by yeast-two hybrid technique. Shijie Huaren Xiaohua
Zazhi 2004;12(4):828-831
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Abstract

AlIM: To investigate the biological function of HCTP4, yeast-
two hybrid was performed to screen proteins interacting
with HCTP4 in leukocytes.

METHODS: The HCTP4 gene was amplified by polymerase
chain reaction (PCR) and HCTP4 bait plasmid was con-
structed by using yeast-two hybrid system 3, then the con-
structed vector was transformed into yeast AH109. The
transformed yeast mated with yeast Y187 containing leu-
kocytes cDNA library plasmid in 2° YPDA medium. Diploid
yeast was plated on synthetic dropout nutrient medium
(SD/-Trp-Leu-His-Ade) and synthetic dropout nutrient
medium (SD/-Trp-Leu-His-Ade) containing x-a-gal for se-
lecting two times and screening. After extracting and se-
guencing of plasmid from blue colonies, we underwent
analysis by bioinformatics.

RESULTS: Forty-four colonies were sequenced, among

which twenty-five colonies were immunoglobulin lambda
light chain, six human DNA sequences from clone RP11-
189K21, four human DNA sequences from clone RP11-
507C10, two homo sapiens 12p BAC RPCI11-75L1, one
homo sapiens BAC clone RP11-21M10, one homo sapiens
ubiquitin ligase mind bomb (MIB), one homo sapiens genomic
DNA, chromosome 11 clone: RP11-86708, one human DNA
sequence from clone RP3-509119, one homo sapiens small
nuclear ribonucleoprotein polypeptide G, one homo sapiens
UMP-CMP kinase (UMP-CMPK), and a new gene.

CONCLUSION: Genes of HCTP4 interacting proteins in leu-
kocytes are successfully cloned and the results bring some
new clues for studying the biological functions of HCTP4
and associated proteins.

Liu M, Cheng J, Zhang SL, Wang L, Shao Q, Zhang J, Liang YD.
Screening of HCTP4 interacting proteins in leukocytes by yeast-two
hybrid technique. Shijie Huaren Xiaohua Zazhi 2004;12(4):832-835
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Abstract

AIM: To investigate the biological function of NS5ATP1 and
to screen proteins in leukocytes interacting with NS5ATP1
by yeast-two hybrid.

METHODS: The NS5ATP1 gene was amplified by poly-
merase chain reaction (PCR) and NS5ATP1 bait plasmid
was constructed by using yeast-two hybrid system 3, then
the constructed vector was transformed into yeast AH109.
The transformed yeast mated with yeast Y187 containing
leukocytes cDNA library plasmid in 2" YPDA medium. Diploid
yeast was plated on synthetic dropout nutrient medium
(SD/-Trp-Leu-His-Ade) and synthetic dropout nutrient
medium (SD/-Trp-Leu-His-Ade) containing x-a-gal for
selecting two times and screening. After extracting and
sequencing of plasmid from blue colonies, the results were
analyzed by bioinformatics.

RESULTS: Ten colonies were sequenced, among which two

colonies were human HLA-B27 mRNA, two homo sapiens
arsA arsenite transporter, ATP-binding, homolog 1
(bacterial) (ASNA1) gene, one homo sapiens haplotype
E22i mitochondrion, one homo sapiens pyrin (MEFV) gene,
one homo sapiens cofilin 1, one homo sapiens chromo-
some 15, one s homo sapiens chromosome 17, clone RP11-
353N14, and one new gene.

CONCLUSION: Genes of NS5ATP1 interacting proteins in
leukocytes are successfully cloned and the results bring
some new clues for studying the biological functions of
NS5ATP1 and associated proteins.

Liu M, Cheng J, Zhang SL, Wang L, Shao Q, Zhang J, Liang YD.
Screening of NS5ATP1 interacting proteins in leukocytes by yeast-two
hybrid technique. Shijie Huaren Xiaohua Zazhi 2004;12(4):836-839
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Abstract

AIM: To screen and identify the up- and down-regulated
genes of TAHCCP2 in the hepatocyte, and to investigate its
possible function of TAHCCP2 in vivo by cDNA microarray assay.

METHODS: Suppression subtractive hybridization (SSH)
and bioinformatics techniques were used for screening and
cloning of the target gene TAHCCP2 transactivated by HCV
core protein. Total mRNA was isolated from HepG2 cells
transfected pcDNA3.1(-)-TAHCCP2 and pcDNA3.1(-) empty
vector, respectively, cDNA was prepared by reverse
transcription. Microarray was conducted for screening of
up-and down-regulated genes of both HepG2 cells.

RESULTS: The expressive vector of pcDNA3.1(-)-TAHCCP2
was constructed and confirmed by restriction enzyme di-
gestion and DNA sequencing. After screening with DNA
microarray, we found that 4 genes were down-regulated.

CONCLUSION: The obtained sequences may be target

genes transactivated by TAHCCP2, among which some
genes coding proteins involve inoxidative stress, cell growth
and energy metabolism. Advanced experiments 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 identification of the genes transactivated by human
gene 2 transactivated by hepatitis C virus core protein using microarray
assay. Shijie Huaren Xiaohua Zazhi 2004;12(4):840-842
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Abstract

AlIM: To clone and identify human genes transactivated by
human gene 1 transactivated by hepatitis C virus NS3 protein
(NS3TP1) by constructing a cDNA subtractive library with
suppression subtractive hybridization (SSH).

METHODS: Suppression subtractive hybridization and
bioinformatics were used for screening and cloning of the
target genes transactivated by NS3TP1 protein. The mRNA
was isolated from HepG2 cells transfected pcDNA3.1(-)-
NS3TP1 and pcDNA3.1(-) empty vector, respectively, and
SSH method was employed to analyze the differentially
expressed cDNA 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. Tester cDNA was hybridized with driver cDNA
twice and underwent polymerase chain reaction (PCR)
twice, and then was subcloned into pGEM-Teasy plasmid
vectors to set up the subtractive library. Amplification of
the library was carried out with E. coli strain DH5a. The
cDNA was sequenced and analyzed in GenBank with Blast
search after PCR.

RESULTS: The subtractive library of genes transactivated
by NS3TP1 was constructed successfully. The amplified
library contained 68 positive clones. Colony PCR showed
that these clones contained 200-1000 bp inserts. Sequence
analysis was performed in 36 clones, ramdomly, and the
full length sequences were obtained with bioinformatics
method. Altogether 23 coding sequences were obtained,
which consisted of 20 known and 3 unknown ones.

CONCLUSION: The obtained sequences may be target
genes transactivated by NS3TP1. among which some genes
coding proteins involve in cell cycle regulation, metabolism,
immunity and cell apoptosis. This finding brings some new
clues for studying the biological functions of NS3TP1.

Ji D, Cheng J, Wang JJ, Liu Y, Yang Q, Dang XY, Wang CH. Screening
and cloning of the target genes transactivated by human gene 1
transactivated by hepatitis C virus NS3 protein using suppression sub-
tractive hybridization. Shijie Huaren Xiaohua Zazhi 2004;12(4):843-846
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Abstract

AIM: To clone and identify human genes transactivated by
NS3TP2 by constructing a cDNA subtractive library with
suppression subtractive hybridization technique.

METHODS: Suppression subtractive hybridization (SSH)
and bioinformatics were used for screening and cloning of
the target genes transactivated by NS3TP2 protein. The
MRNA was isolated from HepG2 cells transfected pcDNA3.1
(-)-NS3TP2 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. The 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 JIM109. The cDNA was sequenced
and analyzed in GenBank with Blast search after PCR.

RESULTS: The subtractive library of genes transactivated
by NS3TP2 was constructed successfully. The amplified
library contained 61 positive clones. Colony PCR showed
that these clones contained 200-1000 bp inserts. Sequence
analysis was performed in 30 clones, and the full length
sequences were obtained with bioinformatics method.
Altogether 21 coding sequences were identified.

CONCLUSION: The obtained sequences may be target
genes transactivated by NS3TP2, among which some genes
coding proteins involve cell cycle regulation, metabolism,
immunity and cell apoptosis. Advanced experiments need
to be done to prove this finding.

Dang XY, Cheng J, Deng H, Wang JJ, Yang Q, Liu Y, Ji D, Wang CH.
Screening and cloning of the target genes transactivated by human
gene 2 transactivated by hepatitis C virus NS3 protein using suppression
subtractive hybridization. Shijie Huaren Xiachua Zazhi 2004;12(4):847-850
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Abstract

AIM: To construct a subtractive cDNA library of genes dif-
ferential expressed in human hepatocarcinoma cell line
HepG2 cells treated with bicyclol using suppression sub-
tractive hybridization (SSH) technique and to clone genes
associated with its regulation effects.

METHODS: The mRNA was isolated from HepG2 cells
treated with bicyclol and dimathyl sulfoxide (DMSO),
respectively, and then cDNA was synthesized. After restriction
enzyme Rsal digestion, small sizes cDNA were obtained.
Tester cDNA was subdivided into two portions and each
was ligated with different cDNA adaptor. After tester cDNA
was hybridized with driver cDNA twice and underwent
nested polymerase chain reaction (PCR) twice, the DNA
fragment was subcloned into T/A plasmid vectors to set
up the subtractive cDNA 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

colony PCR.

RESULTS: The subtractive cDNA library of genes differentially
expressed in HepG2 cells treated with bicyclol was con-
structed successfully. The amplified library contained 46
positive clones. Colony PCR showed that these clones
contained 200-1 000 bp inserts. Thirty clones were ana-
lyzed by sequencing and bioinformatics. fourteen known
genes were obtained.

CONCLUSION: A subtractive cDNA library of genes differ-
ential expressed in HepG2 cells treated with bicyclol using
SSH technique is constructed successfully, which brings
some new clues for studying the regulation mechanism of
bicyclol in vivo.

Wang JJ, Ji D, Cheng J, Liu Y, Yang Q, Dang XY, Wang CH. Screening
and cloning of genes differential expressed in HepG2 cells treated with
bicyclol by suppression subtractive hybridization. Shijie Huaren Xiaohua
Zazhi 2004;12(4):851-854
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Abstract

AIM: To investigate the relationship of glycyrrhizin and
interleukin 18 (IL-18) gene expression and to explore the
molecular biological mechanisms of glycyrrhizin in antivirus
functions.

METHODS: cDNA microarray was used for the study of
up-regulated gene by glycyrrhizin. Polymerase chain reaction
(PCR) technique was employed to amplify the sequence of
IL-18 promoter by using HepG2 cell genomic DNA as the
template, named IL-18P, and the PCR product was cloned
into pGEM-T vector. The IL-18P gene was cut from T-IL-
18 P by Kpnl and Bgl I, and then cloned into pCAT3 basic,
named pCAT3- IL-18P. pCAT3-IL-18P was transfected into
the HepG2 cell line and cotransfected HepG2 cells with
glycyrrhizin by FUGENE 6 transfection reagents. The HepG2

cells transfected with pCAT3-basic was used as negative
control. The activity of chloramphenicol acetyltransferase
(CAT) in HepG2 cells transfected was detected by an en-
zyme-linked immunoassay (ELISA) kit after 48 h, which
reflected the transactivating function of glycyrrhizin to IL-
18 gene promoter.

RESULTS: The expressive vector pCAT3-IL-18P was con-
structed and confirmed by restriction enzyme digestion
and sequencing. The expression of CAT in HepG2 cells
transfected with pCAT3-1L-18P and stimulated with HepG2
was 7.7 times as higher as that of pCAT3-basic, and 1.5
times as higher as that of pCAT3-IL-18P.

CONCLUSION: HepG2 can up-regulate IL-18 gene
promoter. These results provide a new evidence to ex-
plain the molecular biological mechanisms of HepG2 in
immuno-regulation and antivirus.

Wang JJ, Li BW, Cheng J, Liu Y, Xu ZQ, Yang Q, Ji D, Dang XY, Wang CH.
Up-regulating effects of glycyrrhizin on interleukin-18 gene expression by
cDNA microarray. Shijie Huaren Xiaohua Zazhi 2004;12(4):855-858
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Abstract

AIM: To explore the therapeutic effects of recombinant
human augmenter of liver regeneration (ALR) on CCl, liver
damage of mice.

METHODS: The recombinant human ALR was prepared
by standard procedure of fermentation and chromatography
techniques. Chemical liver damage model of mice was
established by CCl,. The mice were divided into two groups:
group one was treated by recombinant ALR, 2 mg/kg or
20 ng, 1/12 h, 4 times, and group two was treated by
normal saline as control. After treatment, the mice were

sacrificed for collecting the blood sample. For evaluation
of chemical liver damage, the serum ALT and AST levels
were determined by an autobiochemical processor.

RESULTS: The CCl, liver damage model was established.
After the treatment with recombinant human ALR, the ALT
and AST levels in treated groups were significantly de-
creased as compared with the group treated with normal
saline (ALT: 991 U/L vs 2134 U/L, P <0.01; AST: 938 U/L
vs 1873 U/L, P <0.01), indicating the potent therapeutic
effects of recombinant human ALR on mice model of
chemical damage caused by CCl,.

CONCLUSION: Recombinant human ALR is successfully
prepared and effective in the treatment of murine CCl,
liver damage.

Wang YH, Cheng J, Hong Y, Wang L, Liu Y, Zhang J, Li K. Therapeutic
effects of recombinant human augmenter of liver regeneration on murine
liver damage caused by carbon tetrachloride. Shijie Huaren Xiaohua
Zazhi 2004;12(4):859-861
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Abstract

AIM: To observe the variation of viral load and characteristics
of within-host dynamics in patients with chronic hepatitis
B virus infection without receiving antiviral therapy.

METHODS: Serum was collected consecutively from 3
patients with different clinical phenotype, ALT and total
bilirubin were determined, and HBV DNA was measured
by quantitative TagMan fluorogenic PCR.

RESULTS: Spontaneous fluctuations of HBV DNA load were
observed when measured daily, weekly and monthly in
our untreated patients with chronic HBV infection, but there
was no determinate correlation between HBV DNA loads
and ALT values.

CONCLUSION: The spontaneous fluctuation of viral load in
untreated patients with different clinical phenotype displays
some characteristic patterns. Here we propose a PID pattern
for host feedback to virus using population quantity of HBV
as variant, which may be used for the prediction of virus-host
ecological evolution in persistent HBV infection.

Deng GH, Wang ZL, Wang YM, Wang KF, Fan Y. Dynamic determination
and analysis of serum virus load in patients with chronic HBV infection.
Shijie Huaren Xiaohua Zazhi 2004;12(4):862-865
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Abstract

AlIM: To develop a DNA microarray to detect hepatitis virus
B (HBV) DNA, hepatitis virus C (HCV) RNA, HBV YMDD
mutant and HCV genotype simultaneously. At the same
time, the chip was compared with other techniques to
evaluate its prospect in clinical application.

METHODS: A set of probes was designed to detect HBV
DNA, HCV RNA, HBV YMDD mutant and HCV genotype. The
probes were synthesized by DNA synthesizer. The
microarray was prepared by spotting the probes onto the
specially treated glass sliders. Serum samples were collected
from inpatients and outpatients at the Department of In-
fectious Diseases, the Third Affiliated Hospital of Zhongshan
University. Among the samples, 20 were comfirmed HBV
DNA positive by fluorescent quantitation PCR, 20 were HCV
RNA positive, 20 were comfirmed YMDD mutant by mismatched
PCR, 10 were HBV DNA and HCV RNA negative. HBV DNA
and HCV RNA were extracted from the serum, then amplified
by asymmetric PCR or RT-PCR in the presence of sense
fluorescein labeled primers. The products of HBV YMDD
and HCV NS-5 were purified and sequenced. Following

the hybridization of amplified products on the microarrays,
detection was carried out by the fluorescence scanner.
The detection results were obtained by analyzing the in-
tensity and ratio of the fluorescence signals using image
analysis software.

RESULTS: For the HBV DNA positive samples and HCV RNA
positive samples, an intensive signal was observed at the
point of corresponding probes on the microarrays. In detection
of YMDD mutant, the coincident rate of the microarray
and the mismatched PCR was 75%, the coincident rate of
microarray and sequencing was 95%. In detection of HCV
genotype, the coincident rate of microarray and sequencing
was 75%.

CONCLUSION: The technology of microarray appears to
be versatile, with a great sensitivity and specifity in detection
of HBV and HCV. Furthermore, it can find co-infection of
different virus strains. But it has some false negative rate
and false positive rate in HCV genotyping.

Chen W, Li G, Ma HH, Tang ZH, Huang CH, Han XY. Development and
application of a mixed microarray in detection of genes of HBV and
HCV. Shijie Huaren Xiachua Zazhi 2004;12(4):866-870
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20 HBV DNA, HCV RNA 10

1.2 GeneBank HBV, HCV
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HBV YMDD HCV
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HCV N
PCR. PBS, P4, S2 YS &’ Cy3
100 m_, 0.5mL , 98°C
15 min, 12 000 r/min, 5 min, ;
PBA 10 , PBS PBA 10:1,
PCR. 94 °C 5min, 94 °C 30s,
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PCR. 94 °C 5min, 94 C 305,
55°C 30s, 72°C 30s, 45 , 712 °C 10 min;
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s 10 min, 4 °C 12 000 rpm 10 min,
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, 15% , RNA
, 10 ni. DEPC RNA,
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o1 P1, P3( 2 PCR,
94 °C 5min, 94 °C30s, 40°C 30s, 72°C
30s, 35 , 72°C 10 min. 1 5ni,
10 5nL , ,
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1 ;o1 S1, A2( 2)
PCR, 94 'C 5 min, 94 °C 30 s,
50 ‘C 30s, 72°C 30s, 35 , 72 °C 10 min.
1 5m, 10 5nL ,
, Al 10 PCR,
1 . PCR
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, 45°C 1h.
A, B, C 1 min,
. GenePix4000B; PMT 650
33; 532 nm; .HBV
P YMDD HCV NS-5
. PCR 50 mL , )
DNA  QIA quick Gel Extraction kit
.PCR , ,
ABI377 )
1
No Sequence(5’ -3’) Length Tm GC% Target

1 ATA AAG CCT CTC GGT GA 17 47.4 47 la

2 CAC CGG CGA TAA CC 14 46.2 64 1b
3 GCA CCG GCG GTA GC 14 46.8 79 1b
4 GAT GTA GCA GGT GAG AGT G 19 47 53 1c
5 GAG AGT GTT ACC GCA GC 17 47.9 59 1lc
6 CAG CGA GTG TAT GGC A 16 47.8 56 2a
7 TGT AAC CGC AGG ATT G 16 46.8 50 2b
8 TGC CCT TTG CTG TTT 15 46.2 47 2¢c
9 CGC AGT AAA GCC GC 14 47.6 64 3a
10 GTC TTT GAG ACC CGC G 16 48.1 635 3b
11 GGG CAG TAA TAACCT T 16 47.7 43.75 4a
12 GCG TTG GGT GAG TGA C 16 48.1 64 5a
13 CAG TCC TTG ATG TTG GC 17 48.1 53 6a
14 CGA TAG CCG CAG TTT TG 17 47.6 53 1b
15 CGA TAG CCG CAG TTC TG 17 483 625 1b
16 AGG TGA AGC GAA GTG C 16 47.9 56 HBV
17 GTT CCG CAG ACC ACT AT 17 47.1 53 HCV
18 AT CAT CCA CAT AAC TGA 17 43.2 35 YVDD
19 ACA TCA TCA ATA TAA CT 17 38.3 24 YIDD
20 CAT CAT CCA TAT AAC TGA 18 455 33 YMDD
2

2.1 HBV DNA HCV RNA  HBV
DNA HBV DNA( +) 20

HCV RNA HCV RNA( +)
20 ,

3, 4).
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Abstract
AIM: To explore the possibility of differentiating functional
islet-like cells from marrow mesenchymal stem cells.

METHODS: Rat marrow mesenchymal stem cells (MSC)
were isolated from Wistar rats and cultured. Passaged
MSCs were induced to differentiate into islet-like cells under
following condition: LN group, pre-induced with L-DMEM
including 10 mmoL/LNicotinamide +1 mmoL/L b-Mercapto-
ethanol +20 mL/L fetal bovine serum for 24 h,then induced
with serum free H-DMEM solution including 10 mmolL/L
nicotinamide +1 mmoL/L b-mercaptoethanol for 10 h. HN
group, pre-induced with L-DMEM including 20 mmoL/L
Nicotinamide +20 mL/L fetal bovine serum for 24 h, then
induced with serum free H-DMEM solution including 10
mmoL/L nicotinamide for 10 h. Differentiated cells were
observed under inverse microscope, insulin and nestin
expressed in differentiated cells were detected with
immunocytochemistry. Diabetes model was induced with
streptozotocin (STZ) injection, and 3 diabetes rats were
subcutaneously injected with 1" 107 islet cells differentiated
from MSC respectively, and blood glucose level was tested
1 week after cell injection.

RESULTS: Islet —like clustered cells were observed under
both LN and HN groups, abundant insulin expression was
detected in islet-like cells, and nestin was detected in pre-
differentiated cells. Glucose level in STZ-diabetic rats could
be effectively controlled by islet cells differentiated from MSC.

CONCLUSION: Islet-like functional cells can be differentiated
from marrow mesenchymal stem cells, which may be a
new procedure for clinical treatment of diabetes.

Chen LB, Jiang XB, Yang L. Islet-like cells differentiated from rat mar-
row mesenchymal stem cells. Shijie Huaren Xiaohua Zazhi 2004;12(4):
871-874
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Abstract

AIM: To examine whether obstructive jaundice influences
the production of nitric oxide and alters hepatic functions
including energy metabolism.

METHODS: Hepatocytes were isolated by perfusing the
liver with collagenase and cultured from a rat model of
obstructive jaundice or sham-control. Rat cultured hepa-
tocytes were incubated with cytokines including IL-1b. The
production of nitric oxide was measured with Griess reagent
method and Western blot analysis. Adenine nucleotides
(ATP, ADP and AMP) were measured by a high performance
ligiud chromatography. Ketone bodies in the medium were
measured enzymatically.

RESULTS: Obstructive jaundice increased the production
of nitric oxide by IL-1b time-and dose- dependently. West-
ern blot analysis revealed that protein levels of INOS were
unchanged between two groups. IL-1b decreased the ATP
content and KBR in obstructive jaundice but not that in
sham-control. Addition of L-NMMA blocked the decreases
of ATP content and KBR as well as nitric oxide production.

CONCLUSION: Enhancement of nitric oxide production
following obstructive jaundice is associated with the alteration
of hepatic energy metabolism through mitochondrial
dysfuntion, resulting in liver failure. Regulation of nitric
oxide may be a useful therapy for preventing liver damage
in obstructive jaundice.

Tu W, Zhi YH, Guo RX. Effect of nitric oxide on hepatic dysfuction in rat
obstructive jaundice. Shijie Huaren Xiaohua Zazhi 2004;12(4):875-879
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Abstract

AIM: To investigate the effect of melatonin (Mel) on liver
ischemia reperfusion (I/R) injury in rats.

METHODS: 150 male Wistar rats (190-210 g, 6-7weeks
age) were divided into three groups at random: Mel exposure
group, alcohol solvent control group and saline control
group. The left branches of portal vein, hepatic artery,
hepatic duct were blocked up for 60 min and then opened
to establish liver I/R | models in rats. In each group,
samples were collected in 0.5, 1, 6, 12, and 24 h after
reperfusion respectively. 20 mg/kg of Mel was injected
peritoneally in rats 30 min before experimentation in Mel
exposure group. The duplicate concentration of alcohol
and the same volume of saline were injected in control
group as a substitution. Serum alanine aminotransferase
(ALT) by auto biochemical analyzer, and superoxide
dismutase (SOD) and terminal productions of lipid
peroxidationin (MDA) in liver tissue were measured. Patho-
logical changes in liver and immunohistochemical straining
of ICAM-1 were determined with optical microscope.

RESULTS: The level of ALT measured in various time after
reperfusion in Mel group was totally significantly lower than

that in alcohol and saline control groups (P <0.05). The
level of MDA measured in 6 h, 12 h, and 24 h after
reperfusion in Mel group was significantly lower than that
in alcohol and saline control groups (P <0.05). The level
of SOD measured in 12, 24 h after reperfusion in Mel group
was significantly higher than that in alcohol and saline control
groups (P <0.05). The expression level of ICAM-1 (%)
measured in various time after reperfusion in Mel group
was significantly lower than that in alcohol and saline control
groups (P <0.05).

CONCLUSION: Exotic Mel inhibits the activities of ALT, in-
creases activities of superoxide dismutase (SOD), and
decreases the cumulation of MDA in liver reperfusion tissue
and expression of ICAM-1 in liver reperfusion tissue.
Therefore, it can improve the hepatic function after
reperfusion and plays a definitely protective role in liver I/R.

Li JY, Zhang WH, Zhou Y, Yang J, Qin YM. Protective effect of melato-
nin on liver ischemia reperfusion injury in rats. Shijie Huaren Xiaohua
Zazhi 2004;12(4):880-885
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Abstract

AlIM: To study the effects of Ginko biloba extract (EGb) on
hepato-fibrosis induced by carbon tetrachloride (CCl,) in
rat model.

METHODS: Rat liver fibrosis model was induced by CCl,
administration. Wistar rats were randomly divided into 5
groups: normal control group, a model group, a interven-
tional group, a therapeutic group, and a EGb group. The
EGb interventional group, apart from administration of CCl,,
was treated concurrently with EGb 0.3 g/kg, ig once a day;
the EGb therapeutic group was treated with EGb 0.3 g/kg,
ig once a day after cirrhosis was induced successfully, and
the EGb group was treated only with EGb 0.3 g/kg, ig once
a day. At the end of week 8 and 16, all the rats were sacrificed.
The pathological changes of liver were observed by H-E and
Von-Gieson staining.The expression of MRNA and proteins
of collagen I/ TGFb; in liver were determined by RT-PCR
and immunohistochemistry.

RESULTS: The degree of liver fibrosis and level of mRNA
and proteins of collagen I/ TGFb; in liver were significantly
reduced in the EGb interventional and therapeutic groups
compared with those in the model group (type | collagen
mRNA: 0.0 778 £ 0.054 vs 0.2 361 = 0.113, 0.1 075 &=
0.007 vs 0.2 36140.113, P <0.01; type | collagen proteins:
0.2 563 + 0.0 009 vs 0.2 885 + 0.0 025, 0.2 541 + 0.0 076
vs 0.2 885 + 0.0 025, P <0.01; TGFb; mRNA: 0.523 +
0.015 vs 0.956 + 0.049 , 0.524 + 0.009 vs 0.956 + 0.049,
P <0.01; TGFb, proteins: 0.2 785 4 0.0 012 vs 0.3 015 £
0.0 012, 0.2 791 £ 0.0 016 vs 0.3 015 & 0.0 012, P <0.01).

The EGb group had the same results as the normal control
group.

CONCLUSION: EGb has prophylactic and therapeutic effects
on CCl,~induced rat liver fibrosis, probably through its anti-
lipoperoxidation, suppressing the activation of hepatic stel-
late cells and transition and reducing the synthesis of he-
patic type | collagen and TGFb;.

Hu W, Shi ZH, Ma TF, Yu JP. Effects of Ginkgo biloba extract on liver
fibrosis induced by carbon tetrachloride in rats. Shijie Huaren Xiaohua
Zazhi 2004;12(4):886-891
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Abstract

AIM: To detect somatic mutations in the complete mito-
chondrial genome and to investigate the role of mtDNA in
the tumorigenesis of esophageal cancer.

METHODS: A temporal temperature gradient gel electro-
phoresis (TTGE) method was used to analyze the somatic
mitochondrial DNA (mtDNA) mutations in esophageal
cancer. The entire mitochondrial genomes in 20 tumor
samples and paired normal tissues were amplified by using
32 pairs of overlapping primers. DNA fragments showing
different banding patterns between normal and tumor
mtDNA were sequenced to identify the somatic mutations
and germline variations.

RESULTS: Eleven out of the 20 tumors (55%) displayed at
least one somatic mtDNA mutation. Total fourteen somatic
mutations were found. Among them, one was in tRNA
(7.1%), 4 in mRNA (28.5%), and 9 in the hypervariable D
loop region (64.3%). There were two missense mutations
in four novel somatic mutations. A total of 187 distinct
germline variations were identified. Fourteen of these varia-
tions were novel, and 173 of them had been recorded in

the Mitomap database.

CONCLUSION: The high incidence of mtDNA mutations pre-
sents in patients with esophageal cancer. mtDNA alter-
ations may play an important role in tumorigenesis of esoph-
ageal cancer.

Tan DJ, Liu LL, Liu P, Wen Y, Chang J, Yeh KT, Wong LJC. Mitochon-
drial DNA somatic mutations and germline variations in patients with
esophageal cancer. Shijie Huaren Xiaohua Zazhi 2004;12(4):892-896
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Abstract

AIM: To study the relationship between the expression of
HLA class | and clinicopathological significance in colorectal
cancers.

METHODS: Expression of HLA class | and associated pro-
teins was studied by immunohistochemistry in colorectal
cancer, histologically normal mucosa adjacent to cancer
(<3 cm), and histologically normal mucosa distant from
cancer. Several monoclonal antibodies (mAbs) were used
in this study: HC10 and HCA2 reacted with the nonmorphic
determinant of heavy chain of HLA class | antigen; L368
reacted with b, microglobulin; SY1 reacted with LMP2
antigen, and TO-5 reacted with calnexin.

RESULTS: In colorectal cancer tissues, the expression of
HLA -A,B/C, b,M, LMP2 and calnexin were reduced compared
to that of both in histologically normal mucosa adjacent to
cancer and histologically normal mucosa distant from cancer
(P =0.001).The expression of calnexin in cancer was also
reduced compared to that of both in histologically normal
mucosa adjacent to cancer and histologically normal mucosa
distant from cancer (P =0.004). The expression of HLA-B/
C antigen in cancer was associated with diverse groups of
pathological stage. With increase in Dukes staging of the
cancer, the expression of HLA-B/C downregulated, in which
that in Dukes A was higher than that in Dukes D (P =0.0262).

CONCLUSION: The expression of HLA class | and associated
protein is downregulated in the colorectal cancer tissue. It
may be one important mechanism by which colorectal can-

cer cell escapes immune surveillance.
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Abstract

AIM: To investigate the expression of COX-2 and iNOS in
H pylori associated chronic gastritis, and also to analyze
the relationship between apoptosis and proliferation and
COX-2, INOS expression in gastric epithelia cells.

METHODS: A total of 22 patients were diagnosed as having
chronic superficial gastritis by endoscopy and pathology.
H pylori infection was detected by fast urease and Giemsa
stain. The expression of COX-1, COX-2, and iNOS was
detected by RT-PCR and immunohistochemistry. Apoptosis
and proliferation of gastric epithelial cells were quanti-
tated by apoptosis index (Al) and PCNA labelling index
(PCNA-LI).

RESULTS: There was a significant increase in both COX-2
and iNOS expression in H pylori positive gastritis compared
with normal mucosa. Epithelial cell proliferation index and
apoptosis index in H pylori gastritis were greater than that
in normal mucosa; Expression of COX-2 and iNOS induced
by H pylori had positive correlation with apoptosis and
proliferation in gastric epithelial cells (r =0.716,0.603,
P <0.01; r =0.665, 0.572, P <0.01).

CONCLUSION: H pylori infection leads to gastric mucosal
overexpression of COX-2 and iNOS, which is involved in
apoptosis and proliferation inbalance in gastric epithelia

cell. Therefore, it may be one of the crucial mechanisms
of H pylori inducing gastric cancer.

Chen BL, Zeng ZR, Hu PJ, Tang BD, He Y, Chen W. Association between
Helicobacter pylori infection and expression of COX-2 and iNOS in chronic
gastritis. Shijie Huaren Xiaohua Zazhi 2004;12(4):902-906
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Abstract

AIM: To investigate the effect of transections of the cervical
sympathetic trunk (TCST) on the gastric mucosal blood
flow (GMBF) in water immersion restrain rats.

METHODS: A total of 30 male Sprague-Dawleys rats were
randomly allocated into three groups: control group (Group
1), water immersion restrain group (Group Il) and TCST
followed by water immersion restrain (Group I11). Superior
cervical ganglion were exposed and splited, but not cut off
in Group | and Group Il. In Group IlI, we cut off and ligated
the cervical sympathetic nerve trunk below 3 mm of superior
cervical ganglion. Then the rats of Group Il and Group IlI
were vertically immersed into water (23+1 ‘C). Six hours
later, GMBF were measured by laser Doppler blood stream
meter. And we evaluated the gastric mucosal ulcer index
(Ul) according to Guth score.

RESULTS: There was mucosal bleeding and erosion in
Group 11, Group Il was obviously relived as compared with
Group Il. The GMBF was 68.9+12.7; 130.0£14.5 (PU) in
Group Il and Group 11l respectively, while the Ul was 50.1+
12.3; 26.6+9.4.(P <0.01). The GMBF and Ul was significant
negative correlation (g= -0.847, P <0.01). ET-1 in plasma
and gastric mucosa in Group Il were higher than those in
Group I. ET-1 in plasma in Group Il were higher than that
in Group I, while they were lower than that in Group II.

ET-1 in plasma had a moderate negative-correlation with
GMBF.

CONCLUSION: Increased the GMBF due to TCST may con-
tribute to attenuation in the lesion of gastric muscoa in wa-
ter immersion restrain rats, and it may have something to
do with ET-1 in plasma and gastric mucosa.

Zhao GY, Meng LX, Chen YY, Cui JJ. Effects of transections of cervical
sympathetic trunk on gastric mucosal blood flow and ET-1 in water
immersion restrain rats. Shijie Huaren Xiaohua Zazhi 2004;12(4):907-910
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Abstract
AIM: To study the value of ultrasonographic prediction of
the esophageal varices in patients with liver cirrhosis.

METHODS: All 207 cases were examined by ultrasonography
and endoscopy, and classified according to the Child-Pugh
score. The valuable ultrasonographic variables were selected
to form regression formulae to predict the esophageal
varices degrees in patients with liver cirrhosis.

RESULTS: The esophageal varices degree was correlated
with Child-Pugh classification (r =0.39, P <0.01). In class
Child-Pugh C, about 93.3% of patients had over medium
degree of esophageal varices. The Logistic formula (P(B)=1/
[1+e-(-lQ.554+9A295AS-2.757PUV-4.278GBBL+1.288PVD)] m|ght predict Ch”d_
Pugh B, and the diagnostic accuracy was 92.7%. The Lo-
gistic formula (P(A)=1/[1+ge(-0405+1.686°UV)] might predict
Child-Pugh A, and the diagnostic accuracy was 68.0%.

CONCLUSION: A majority of patients in class Child-Pugh C
has over moderate esophageal varices, therefore all patients
in this class should be examined by endoscopy. But patients
in classes Child-Pugh B and A should be examined by
ultrasonography first, and for high risk patients, endoscopy
should be carried out.

Zhang XH, Zhang YF, Ning FQ, Yang SJ. Ultrasonographic prediction
of esophageal varices in patients with liver cirrhosis. Shijie Huaren Xiaohua
Zazhi 2004;12(4):911-913
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Abstract

AIM: To investigate the association between the formation
of fatty liver and the phenotypes of hyperlipidemia.

METHODS: A total of 258 patients with hyperlipidemia were
found in 413 patients with fatty liver, and 61 cases of hy-
perlipidemia in non-fatty liver patients were selected ran-
domly as controls. The complications and liver function
abnormalities were compared between two groups.

RESULTS: The proportion of hypertriglyceridemia and mixed
hyperlipidemia was higher in the patients with fatty liver
than non-fatty liver. Odds ratios (OR) of finding fatty liver
in the patients with mixed hyperlipidemia and hypertrigly-
ceridemia were 5.966 and 2.960 respectively, relative to
hypercholesterolemia. The percentage of complications of
type 1II diabetes mellitus, obesity, hypertension, hyperuris-
emia and the evelation of serum alanine aminotransferase
(ALT), g-glutamyltransferase (GGT) were higher in patients
with fatty liver than non-fatty liver. But, there were no
differences in coincidence of diabetes mellitus, obesity,
hyperten-sion, hyperurisemia, coronary heart disease,
choelithiasis among various phenotypes of hyperlipidemia.

CONCLUSION: The pathogenesis of fatty liver can be re-
lated to mixed hyperlipidemia and hypertriglyceridemia.
The complications of patients with fatty liver may be more
common than those with non-fatty liver, but have no dif-

ferences of complications among various phenotypes of
hyperlipidemia.

Chen QK, Chen HY, Wang LY, Chen WX, Huang ZQ. Association be-
tween fatty liver and hyperlipidemia. Shijie Huaren Xiaohua Zazhi 2004;
12(4):914-916
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Abstract
AIM: To assess the clinical value of procedure for prolapse
and haemorrhoids (PPH).

METHODS: A total of 226 I11- and 1V-degree haemorrhoids
were treated with PPH. The pain, bleeding, prolapse and
edema in annal, before the procedure,1, 6 and 30 days
after the procedure, and in the end of the follow-up were
analyzed.

RESULTS: Of the 226 patients, the mean operation time
was 9 min. In the next day after the procedure, the pain
rate was 20.5% and the bleeding rate was 5.7%, but 30
days later, pain and bleeding were cured. All the patients
had the first stool 46.9+10.9 h after the procedure and the
mean hospital time was 4.4+1.2 d. 8.0+1.7 d after the
procedure, most of the patients came to the work. Retention
of urine (10%) and bleeding (5.7%) were the main compli-
cations. The unusual complications included infection, stenosis
and back ache. There were 2 severe patients who had
twice of procedure. In 186 patients followed-up (89.6%),
4.5% had a little bleeding. The mean follow-up time was
22.4+7.4 mo.

CONCLUSION: PPH is effective, safe, and minimal invasive,
and it is the first choice to deal with severe haemorrhoids.

Yao LQ, Zhong YS, Sun YH, Ge SY, Liu HB, Zhen LW. Effects of
procedure for prolapse and haemorrhoids on severe hemorrhoids: a
report of 226 cases. Shijie Huaren Xiaohua Zazhi 2004;12(4):917-919
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Abstract

AIM: To evaluate clinical symptoms, quality of life (QOL)
outcomes in patients with irritable bowel syndrome (IBS)
receiving different therapies.

METHODS: 172 Roma Il positive-I1BS patients were as-
signed to 8 weeks of different therapies with Group A:
pinaverium bromide (100 mg three times daily), Group B:
pinaverium bromide (100 mg three times daily) plus doxepin
(25 mg once daily) or Group C: placebo. Main outcomes
assessment included a Chinese version of the SF-36 Health
Survey Scales and symptomatic scores at baseline and 8
weeks.

RESULTS: Symptom relief was achieved by 40.5%, 65.4%
and 30.5% in groups A, B and C respectively. The total
symptom improvement rate was 73.0%, 88.5% and 47.9%
respectively. Compared with group C, the total symptom
improvement rate in groups A and B had significant improve-
ment (P =0.046 and 0.002 respectively). More group B pa-
tients noted symptom relief than groups A and C (P =0.045
and 0.015 respectively). Compared with group C, QOL in
groups A and B had a striking improvement. Patients in
group B noted more scales of SF-36 improvement. The
scores of BP, GH, VT, SF and MH scales had significant
improvement in group B, and the level of PF, RP, GH, VT,
RE and MH were comparable with general population in
Hangzhou (P >0.05). There was no significant difference
of symptoms relief rate in three subgroups of IBS (P >0.05).
There was not a significant correlation between symp-
tomatic treatment and QOL improvement (P >0.05).

CONCLUSION: SF-36 quality of life and symptom analysis
should be recommended to evaluate the effectiveness of
IBS. Pinaverium bromide combined with doxepin can sig-
nificantly improve symptoms and QOL, which is effective
in the treatment of IBS.

Chen SJ, Li GX, Wang LJ, Sun LM, Si JM. SF-36 quality of life in
effectiveness assessment for irritable bowel syndrome. Shijie Huaren
Xiaohua Zazhi 2004;12(4):920-923
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