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Abstract

AlIM:To establish an assay for detecting serum hepatitis B
virus (HBV) transcripts including the full-length (fRNA) and
truncated RNA molecules (trRNA) in chronic HBV carriers,
and to investigate its clinical significance.

METHODS: The serum viral nucleic acids were analyzed using
PCR and RT-PCR targeted to the HBV x protein-encoding
region. Reaction specificity was confirmed by Southern
blotting. Representative amplification products were cloned
and sequenced.

RESULTS:Different viral transcripts including fRNA and trRNA
were identified in sera of HBV carriers. Presence of fRNA
was closely correlated with seropositivity of hepatitis B e
antigen and viral DNA. However, trRNA did not depend on
serum e antigen, its association with circulating viral DNA
was weak. Similarly, no remarkable correlation was ob-

served between the levels of trRNA and the degrees of liver
damage. Different age-dependent representations for fRNA and
trRNA were recognized, fRNA was progressively decreased
to undetectable levels and trRNA increased to high levels in
the second decade of life and then remained in high level in
the rest of life.The trRNA and RNA without polyadenylation
at either of the two addition sites were detected even in the
absence of any other conventional HBV markers such as
viral DNA. They were also observed in sera from patients
with cryptogenic cirrhosis or chronic hepatitis C.

CONCLUSION:The viral transcripts are potential serum markers
for identifying replicative and non-replicative infection stages and
diagnosis of occult HBV infection.

Su Q, Zhang W, Liu J, Wang SF, Takegoshi K, Schroder CH. Detection of
different viral transcripts in sera of patients with chronic hepatitis B virus
infection. Shijie Huaren Xiaohua Zazhi 2002;11(2):134-143
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Abstract

AIM:To construct a replication-deficient recombinant adenovirus
expression vector of HCV C.

METHODS:The HCV core gene was cloned at the down-
stream of CMV promoter of the adenoviral shuttle plasmid
pAd.CMV-link.1, and the resultant recombinant plasmid pAd.
HCV-C was cotransfected into 293 cell together with plasmid
pJM17 containing adenoviral genome, then the adenovirus
expression vector was obtained, and identified by infecting
test,electronic microscope observation and PCR co-amplification.
The plasmid pAd.HCV-C was identified by endonuclease,
PCR and sequencing.The expressive activity of adenovirus
vector was identified by immunofluorescence and Western blot.

RESULTS:HCV core gene in the inserted DNA of pAd.HCV-C
was confirmed by endonuclease, PCR and sequencing.
Results of infecting test, electronic microscopic observation
and PCR co-amplification showed that the adenovirus vector had
been constructed successfully. Expression of HCV core antigen
was proved in the HepG2 cells by immunofluorescence and
Western blot.

CONCLUSION:The replication-deficient recombinant adenovirus
vector can express HCV core antigen in HepG2 cells.This

study established a foundation for further study on HCV
vaccines and gene therapy for hepatitis C.

Hao CQ,Feng ZH,Zhou YX,Nie QH,Li JG,Jia ZS,Liang XS,Xie YM,Cao YZ,
Kang WZ.Construction,package and identification of replication-deficient
recombinant adenovirus expression vector of HCV C.Shijie Huaren Xiaohua
Zazhi 2003;11(2):144-147
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Abstract

AIM:To evaluate the effect of hammerhead ribozyme 213
(Rz 213) against hepatitis C virus (HCV) infection.

METHODS:Rz213 cleaving 5’'noncoding region (5'NCR) of
HCV was beforehand transfected in a human hepatic carcinoma
cell (HHCC) line and selected for G418 resistance. Cells stably
expressing Rz213 were retransfected with pCMVNCRIuc
containing 5’NCR-luc fusion genes by lipofectAMINE;luciferase
activity in lysate of transfactant was measured in scintillation
counter.

RESULTS:HHCC cells stably expressing Rz213 exhibited
significant resistance to retransfection of targeting gene.

CONCLUSION:Stably transfected cells with Rz213 were selected
and expressed in HHCC, and thus exerted the intracellular
immunity against infection of HCV.

Jia ZS, Chen L,Hao CQ, Feng ZH, Li JG, Wang JP, Cao YZ, Zhou YX.
Intracellular immunization by hammerhead ribozyme against HCV. Shijie Huaren
Xiaohua Zazhi 2003;11:(2):148-150
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Abstract

AlIM:To investigate whether the cultured trophoblastic cells
can be infected with hepatitis C virus (HCV) and observe
the ultrastructural features of infected cells.

METHODS:Human placentae were digested with trypsin and
then centrifuged with percoll density gradient to obtain
trophoblastic cells, and then incubated in HCV positive serum.
The HCV RNA in HCV infected syncytiotroblasts was quantitated
with RT-PCR.Ultrastructural characteristics of infected
syncytiotroblasts were observed with transmission electron
microscope.

RESULTS:HCV RNA was detected in supernatant of the cultured
medium during 40 day periods of incubation.The antibody
of HCV NS5 was observed around the nucleus with confocal
microscope.The Ultrastructure of infected throphotoblast cells
differed obviously from that of normal cells,and manifested
with hyperplasia of lysosomes and rough endoplasmic,
appearance of vacuoles and virus-like particles,and decreased
lipid droplets.

CONCLUSION:Trophoblastic cells could be infected by HCV,

and the cellular ultrastructure changed dramatically following
infection of HCV.

Cheng YQ, Nie QH,Zhou YX, Huang XF, Luo H, Yang HG. Ultrastructure
characteristics of HCV infected human trophoblast cells in culture. Shijie
Huaren Xiaohua Zazhi 2003;11:(2):151-156
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Abstract

AIM:To explore the inhibitory effect of internal ribosome
entry site (IRES) specific inhibitor RNA (IRNA) on HCV IRES
mediated protein translation in vivo.

METHODS:Human hepatic carcinoma cell line (HHCC) was
transfected with the eukaryotic vectors of IRNA or mIRNA
(pcRz-IRNA or pcRz-mIRNA),and then selected with G418
for 4 weeks.HHCC expressing IRNA or mIRNA was
cotransfected with pCMVNCRIuc containing HCV IRES.HHCC
stably expressing pcHCVcluc was transfected with pcRz-IRNA,
and pcRz-mIRNA,respectively, the luciferase activity was
examined at desired time post-transfection.

RESULTS: The pCMVNCRIuc was efficiently suppressed in
HHCC expressing IRNA rather than the cell line expressing
mIRNA.The IRES specific IRNA inhibited expression of HCV
IRES mediated luc gene by 20 % to 80 % in pcHCVcluc
expressing cell after transfection; However, no inhibitory
effect of the mutant IRNA was observed.

CONCLUSION:pcHCVcluc could be expressed successfully
in HHCC, and IRNA inhibited HCV IRES mediated gene
expression in vivo.

Liang XS,Lian JQ,Zhou YX ,Nie QH,Hao CQ.Inhibitory effect of IRES
specific inhibitor RNA on HCV IRES mediated protein translation.
Shijie Huaren Xiaohua Zazhi 2003;11:(2):157-160
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Abstract

AlIM:To study the activity of ribozymes with multiple cleavage
sites and mutated ribozymes on expression of HBY mRNA
in HepG2 cells.

METHODS:The triple ribozymes and two cis-ribozymes or
two mutated ribozymes were inserted,respectively, into five
kinds of eukaryotic plasmids,which were cotransfected into
the HepG2 cells with p1.2 plasmid carring genome of adv-
subtype HBV.Cleavage effect of ribozymes on HBeAg and
HBcAg were detected by ELISA and laser confocal imaging
technique.

RESULTS:The transfected HepG2 cells expressed the expected
ribozyme and muta-ribozyme.Intracellular level of HBeAg was
surpressed variably with variety of ribozymes.The ribozyme
plasmid with tRNA promoter demonstrated the highest inhibitory
rate at 81 % for suppression HBeAg expression.

CONCLUSION:The ribozymes exert varied inhibitory effect
on the expression of HBV in HepG2 cells depending on kinds
of eukaryotic expressing plasmids.

Li JG,Lian JQ,Jia ZS,Feng ZH,Nie QH,Wang JP,Huang CX,Bai XF.Effect
of ribozymes on inhibiting expression of HBV mRNA in HepG2 cells.Shijie
Huaren Xiaohua Zazhi 2003;11:(2):161-164
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Abstract

AlIM:To investigate the effect of DNA vaccine on infection of
hepatitis C virus (HCV) in mice model of subcutaneous
inoculating tumour of HCV —C.

MEHODS:SP2/0 cell was transfected with pcDNAHCV-C with
the lipofectamine and confirmed the ability to express the
HCV-C antigen steadily,and then inoculated subcutaneously
into Balb/c mice.The formed nodules were removed surgically
and examined pathologically.

RESULTS:T lymphocytes infiltrated dominately in inoculated
tumour;HCV-C antigin was mainly expressed in cytoplasm
and membrane of Sp2/0 cell, and scarcely in nucleolus;The
level of expression of HCV-C antigin in experimental group
was significantly lower than that in control group.

CONCLUSION:HCV-C DNA vaccine has the effect against
HCV infection.

Sun L,Zhou YX,Hao CQ,Feng ZH,Zhao J,Hu PZ,Fu Y,Ma FC,Chang JQ,Wang
JP,Nie QH.Effect of DNA vaccine on anti-HCV infection in mice with subcu-
taneous inoculating tumor.Shijie Huaren Xiaohua Zazhi 2003;11(2):165-168
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Abstract

AlIM:To study effects of HCV NS3 protein on proliferation
and transformation of normal human liver cell line.

METHODS.QSG7701 cells were transfected with pRcHCNS3-
5, pPRCHCNS3-3' and pRcCMV using liposome transfecting
technique and selected with G418;Expression of HCV NS3
protein was determined by immunohistochemistry;Biological
characters of transfected cells were evaluated by population
doubling time and soft agar assays; activation of MAPK was
analyzed by western blot.

RESULTS:QSG7701 cells transfected with pRcHCNS3-5’
showed strong intracellular expression of HCVNS3 protein,
and the positive signal was localized in cytoplasm.The level
of expressed HCVNS3 protein in pRcHCNS3-3'-transfected
cells was lower than that in pRcHCNS3-5-transfected cells.
The population doubling time in pRcHCNS3-5'transfected
cells (12 h) was significantly shorter than that in pRcCHCNS3-
3'transfected cells(24 h), pRcCMV transfected cells (26h)
and normal cells (28 h) (P <0.01).The cells transfected with
pPRCcHCNS3-5' showed much more anchorage independent colo-
nies than those with pRcHCNS3-3’ and pRcCMV (P <0.01).The
cloning efficiencies of transfected cells with pPRCHCNS3-5,
PRCHCNS3-3;, pRcCMV and controls were 33 %0,1.33 %, 1.46 %,
1.11 %,respectively.The level of phosphorylated MAPK in

cells with pRcHCNS3-5" was much higher than those with
pRcHCNS3-3'and cell transfected with pRcCMV and normal
cells (8 858+877,5 612+656,2 212+245,989+188,P <0.01).

CONCLUSION:QSG7701 is the good human liver cell line
for investigating the pathogenesis of HCV NS3 protein.5’
region of the HCV genome segment encoding NS3 is
involved in cell growth and cell phenotype. N-terminal peptide of
HCV NS3 protein may up-regulate the activation of MAPK.

Sun Y,Cheng RX,Feng DY,Ouyang XM,Zheng H.Effect of HCV NS3 on
proliferation and phosphorylation of MAPK in human hepatocytes.Shijie
Huaren Xiaohua Zazhi 2003;11(2):173-177
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3420-5 312 631 Agarose 80U 30 min, PHCNS;-
p72 .HCV NS3 5' DNA HCV 257 bp

, : 61 'pDRCHCNS;-3'

p53 PKA (protein kinase A) DNA pRcCMV DNA QSG7701
STAT(signal transducers and activators of transcription) DNA ( 3. PRCHCNS3-3'
[-9, pRCHCNS3-5’ HCV NS3 S-P
pRcHCNS3 PRCHCNS3-5" pRcHCNS3-3'
QSG7701, HCV NS3 pRcCMV HCV NS3 . PBS
MAPK (mitogen-activated protein kinase) : ;
HCV :
1.1.1 (1)
(6x10% 24 :
1.1 QSG7701 24 h 3 : 7d

; PRCHCNS3-5' ( HCV NS3 3
N ) PRCHCNS3-3’ ( HCV NS3 c ) (2) :

Takegami OF pRcCMV  Sigma  2x10°/L 359/l :

; Lipofectamine™ kit G418  Gibco 79/L. 4wk,  >50 :

:Xba buffer PCR Marker ( = / x100 %).

; HCV NS3 SP 3 .
1.1.2 Western blot MAPK
; MAPK New England Biolabs QSG7701 ,
MAPK ECL SantaCruz ~ 5x10° / 6 24 h,

‘HCV NS3-5’ PCR ( 5 - 24 h , 100 mL/L FCS
CGGGC ACGTT GTAGG CATC-3'; 5" -AACGG Sh PBS 2
ACGGC TTTAG GACGA-3') (62.5 mmol/L Tris-HCl,
1.2 4 QSG7701 : 20 g/L SDS, 100 mL/L glycerol, 50 mmol/L DTT,1 g/L. bromphenol

pRcCMV pRCHCNS3-3’ blue)80 pL, 5-75,95-100 5 min,12 000 r/min

pRCHCNS3-5’ pRcCMV 5 min, Y 20 pL
PRCHCNS3-3'"  pRcHCNS3-5’ 100 g/L SDS ,
CacCl, MC1061, . 9S0g/L 3h,
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( 1. MAPK

QSG7701 .HCV NS3 MAPK.
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95 90s, 94  30s57 305,72 ( 5) . 28h
40 s,35 72 5 min.PCR 8 g/L pRcCMV 26 h,pRcHCNS3-3’ 24 h,pRCHCNS3-5’
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Abstract

AIM:To investigate the effect of DNA microarray in detection of
hepatitis B virus (HBV), hepatitis C virus (HCV) and HBV
YMDD mutants.

METHODSHBY and HCV in 40 serum samples were detected by
mixed microarray and quantitative determination method
as well;20 serum samples from patients with hepatitis B
treated with lamivudine were detected by microarray loaded
HBV YMDD mutants gene, and were simultaneously tested
with mismatched PCR and DNA sequencing for comparison.

RESULTS:The coincident rate of mixed microarray and
quantitative determination of HBV DNA was 85 % (34/40).
The detectable rate of HBV by mixed microarray was 83 %
(19/23); 2 of 17 samples showed false positive reaction.
The coincident rate of mixed microarray and HCV RNA
guantitative determination was 85 % (34/40). The detectable
rate of HCV by mixed microarray was 58 % (7/12). One of
28 samples showed false positive reaction. The coincident
rate of HBV YMDD mutants microarray and mismatched PCR
was 70 % (14/20).Mixed infection of wild and mutant HBV
or different mutants were detected by microarray.

CONCLUSION:Mixed microarray has high sensitivity and low
non-specificity in detection of HBV,but has lower sensitivity and
higher specificity in detection of HCV. Detection of HBV YMDD

mutants and mixed infection with microarray had higher
sensitivity and specificity.

Li G,Shu X,Ma HH,Chen W,Chen WS,Chen Q, Jiang YS, Yao JL.Detection of
HBV, HCV and HBV YMDD mutants by DNA microarray. Shijie Huaren
Xiaohua Zazhi 2003;11(2):178-181
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HBV, HCV HBYV YMDD ,
, (1 2
1 PCR  HBVYMDD
11 60
1999-10/2001-09 ,—30 024+ 457-476 AGGAAGCTTGCCCGTTTGTC( )
14-72( 35.1) . 40 P25+ 504-613 CTAAGCTTGTATTCCCATCC( )
25 , 15 . P26 - 843-824 TAGAATTCAAATGTATACCC( )
20 HBV YMDD , 16, 4 pr 760-741 CCCAATACCACATCATCCAT(YMDD)
: ( ) (100mg/d)  1la : p28 - 760-741 CCCAATACCACATCATCCAC(YVDD)
1.2 :HBsAg HBeAg HBs P30 - 760-743 CCCAATACCACATCATCA(YIDD)
HBe HBc EIA ( Abbott
), HCVIgM HCV IgG ELISA  ( 2 (I YVDD  +L528M )
) . HBV DNA,
HCV RNA : PCR
GeneAmp 5 700 Sequence Detection System (applied YVDD 13795.16 1.07
biosystems 2782.76
PCR HBV YMDD 500295
: 1 YMDD 12886.75
50 L, 5uL( EDTA 25 mmol/L A8V 629.18 0.64
MgCl, 98 15 min, 5 uL 580.87
PCR 1 P24,P26 2 546.46
P25 YMDD, YVDD, A%V 981.00
YIDD P27 P28 P30. L528M 5383.92 0.99
50 pL dNTP(2.5 mmol/L),Tag DNA (20 ) 729.66
94 30s 57 30s 72 1min 30 : L528M 1319.74
2 ™ L528M 5440.26
166 bp 10Ul 20g/L YIDD 2264.35 0.15
. DNA : P25 P26 87077
5 , , 249 bp, 1313.16
DNA , QIA Quick Gel Extraction Kit YMDD 14675.54
PCR
ABI373
HBV HCV
HBV YMDD
10 pL,
, . PCR
15 pL, LONTP, 42
30 min 5 uL PCR 35 L
PCR 2 pL CY5 dUTP
PCR 35 . 2
95 5 min 2.1 HBV,HCV 40
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Abstract

AlIM:To evaluate the correlation between the complexity of
HCV HVR1 quasi-species and their response to IFN therapy
in patients with chronic hepatitis C.

METHODS: Twenty patients with chronic hepatitis C received
IFN therapy (3mu/day, three times/week for 24 weeks).
Serum quasispecies complexity of HVR1 was analyzed by
polymerase chain reaction mediated singl-strand conformation
polymorphism (SSCP) before and 3 months,6 months post-
therapy, respectively.

RESULTS.Of 20 patients,7 had low level of complexity (SSCP
bands < 3),13 had high level of complexity (SSCP bands >3).
The rate of HCV RNA negative in low level complexity group
was higher than that in high level complexity group.Patients
with low level of complexity prior to therapy had good
responsive to IFN;Serum HCV RNA in some patients did not
convert to negative after IFN therapy,however, the number
of SSCP bands decreased gradually.

CONCLUSION:HCV HVR1 quasi-species complexity is a
predictive factor in response to IFN therapy, a statistically
significant correlation between high level of complexity of
HCV HVR1 quasi-species and lacking of response to IFN
therapy in patients with chronic hepatitis C was found.

Zhang L, Zhao GZ, Li Y, Shi LL. Dynamic changes of HVR1 quasispecies
in chronic hepatitis C after IFN therapy.Shijie Huaren Xiaohua Zazhi 2003;
11(2):182-184
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Abstract

AIM:To assess the prophylactic effect of lamivudine in preventing
reinfection of HBV and the dynamic alternations of HBV markers
in serum and liver tissue after liver transplantation.

METHODS Twenty five recipients were non-randomly divided into
HBV active replicating group (15 cases) and HBV non-active
replicating group (10 cases) and control group (3 cases).
Lamivudine 100 mg /day was administered to each patient
before and after operation, 3 of 10 cases in non-active replicating
group failed to take lamivudine on time and thus was grouped
as control. The HBV markers in serum and bioptic liver tissues in
25 recipients were evaluated regularly with enzyme-linked
radioimmunoassay, HBV DNA fluorescent quantitative assay,
immunohistochemistry stain LSAB and digoxin labeled HBV
DNA hybridization in situ.

RESULTS:Serum HBV DNA in 80 % cases with active HBV

replication became negative following 2-week periods of
lamivudine treatment prior to liver transplantation.HBSAg in
all recipients converted to negative after liver transplantation.
HBsAb (9/15), HbcAb(13/15) and HBeAb (11/15) appeared
within one week postoperatively, and disappeared gradually
within 6 months.Serum HBV DNA was negative;Results of
in situ hybridization in bioptic liver tissue showed that HBsAg,
HBcAg as well as HBV DNA remained negative after treatment of
lamivudine. 10 of 15 recipients had got to clinical clearance of
HBYV, HBV markers were undetectable in both serum and
liver biopsy samples between 12 to 44 weeks (average 24
weeks), 1-, 2-year survival rate in this group reached 83 %.
Two of 15 subjects (13.3 %) developed allograft HBV reinfection
or recurrence of hepatitis in 2 years after the prophylactic
treatment of lamivudine.In HBV non-active replicating group,
the outcome was similar with that in the active group. The
HBV antibody was HBsAb (+, 4/7), HBcAb (+, 6/7), HBeAb
(+, 2/7), 3 of 7 recipients achieved HBV clinical clearance in
both serum and liver bioptic samples, while in control group,
all 3 recipients developed allograft HBV reinfection and recurrent
hepatitis in 8, 10 and 12 months post- transplantation,
respectively, one of three died from fibrosing cholestatic
hepatitis, the other 2 cases recovered after the additional
therapy of lamivudine. The overall allograft reinfection rate
was 9.1% (2/22) and the overall 1-, 2-year accumulative
survival rate was 87% in patients received lamivudine.

CONCLUSION:Lamivudine can effectively prevent liver al-
lograft from HBV reinfection in HBV related decompensated
liver cirrhosis and even in HBV active replicating recipient.

Lu SC, Yan LN, Li B, Wen TF, Zhao JC, Cheng NS, Liu C, Liu J, Wang XB,
Li XD,Qin S, Zhao LS, Lei BJ, Zhang XH. Effect of lamivudine against
HBYV reinfection after liver transplantation. Shijie Huaren Xiaohua Zazhi
2003; 11(2):185-190
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HBVDNA /  HBVDNA HBsAg /
HBV . 3 HBCcAg HCV
8 10 12mo 1gG/IgM
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1
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4.5 %(1/22),1-2 a 87 %. 1.2
25
15
HBVDNA | HBeAg
10 HBsAg HBVDNA/HBeAg
3
lamivudine 12 10 3 mo
. 2003;11(2):185-190
http://www.wjgnet.com/1009-3079/11/185.htm
22 100 mg
2a
0 1_2 a [1,9-12]
HBV
(HB) 70-80 %, HBV
la 68% 3a 44 %M HBVDNA HBVDNA
1990 HBV HBeAb,HBcAD,
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300 10 1U/LRA 2a
80 % HBsAg HBVDNA
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, , HBV ;
/
lamivudine  / HBeAg HBVDNA YMDD

[3-9]

.1999-02/2001-12

north chicago, IL
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indianapolis, USA .

1 4 12 24 48 72

96 144wk
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+
Kaplan-Meier
2.1 (HBVDNA
| HBeAg )15
HBVDNA 9.2x10° /L.
2wk 12 80 % HBVDNA
HBVDNA
1wk
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HBsAb 9/15, HBcAb 13/15, E
HBeADb 11/15,6 mo : 1wk HBsAb
,  HBsAb > 300 IU/L
1l HBVDNA
bilirubin
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HBVDNA
( 2. 18-88 wk 10
(23.7+ 13.05) wk 4 wk.
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. 2a 2
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2.2 7
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HBcAb  HBeAb .3 HBV
1-2a ( 3. HBV
6 mo 6 mo 217
HBcAg HBsAg
HBVDNA ( 3).
2.3 3
, HBsAg HBCcAg
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2
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2 1 HB
1 HB fibrosing
cholestatic hepatitis HBV
HB . 3
HBV 1 HB
. 22
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HBsAg 15/15 1/15 0/15 0/15 0/15 0/13 0/5 0/4 0/4 12
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10/15 0/15 0/15 0/15 0/15 0/13 0/5 0/4 0/4 0/2
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HBV 1wk 2 wk 4wk 8 wk 12 wk 24 wk 48 wk 96 wk 144 wk
HBsAg 517 017 017 017 0/7 0/7 1/6 0/4 0/1
HbeAg 0/7 0/7 017 0/7 0/7 0/7 0/6 0/4 0/1
Anti-HBs 07 0/7 417 417 3/7 417 1/6 2/4 1/1
Anti-HBc 7 417 6/7 6/7 517 517 2/6 0/4 01
Anti-HBe 217 6/7 217 217 217 217 2/6 0/4 01
HBV DNA
By PCR
HBV
HBsAg 17 0/7 0/7 0/7 0/7 0/7 2/7 217 0/4 0/1
HBCcAg 7 o7 07 017 017 0/7 217 17 0/4 0/1
HBV DNA 017
4 wk
HBV 1 wk 2 wk 4wk 8 wk 12 wk 24 wk 48 wk 96 wk 144 wk
HBsAg 3/3 0/3 0/3 0/3 0/3 3/3 3/3 12 0/1
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Anti-HBc 3/3 3/3 3/3 3/3 3/3 3/3 3/3 212 1/1
Anti-HBE 2/3 3/3 3/3 3/3 3/3 3/3 3/3 212 1/1
HBVDNA by PCR 5.6x 108
Bilirubin
ALT
HBsAg 3/3 0/3 0/3 0/3 1/3 3/3 213 12 0/1
HBCcAg 3/3 0/3 0/3 0/3 0/3 3/3 313 12 0/1

HBVDNA
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Abstract

AlIM:To investigate the anti-HBV effect of targeted lamivudy
palmitate solid lipid Nano-particles (LAP-SLN).

METHODS: The nano-particles modified by galactosides
(LAP-GSLN) were prepared and delivered into 2.2.15 cells.
HBsAg, HBeAg and HBVDNA of 2.2.15 cells were detected
by ELISA and hepatitis B virus fluorescence polymerase chain
reaction (PCR). The cytotoxicity of targeted LAP-GSLN on 2.2.15
cells were observed. Fifteen male mice (2 months old ) were
randomly divided into 3 groups: LAP-SLN group, LAP-GSLN
group and LA group.Levels of lamivudine in serum, liver,
kidney, lung and spleen tissue were detected by reversed-
phase high performance liquid chromatography (RP-HPLC).

RESULTS.LAP-GSLN could be targeted to the liver.Liver LAP-
GSLN content in LAP-GSLN group was 3.3 times of that in
the LA group. HBV DNA was inhibited on the 4th day. HBV
DNA in LAP-GSLN group and LA group with concentration
of lamivudine at 10 mg/L was less than 1.11x107/L and
5.06x10°%/L , respectively. Inhibition of HBsAg and HBeAg
showed on the 6th day, the inhibition rate of LAP-GSLN on
HBsAg and HBeAg with concentration of lamivudine at
0.01 mg/L was 52.9 %, 53.9 %, respectively; while the
inhibition rate of LA on HBsAg and HBeAg was 32.2 %, 31.1 %,
respectively. When the concentration of lamivudine was

10 mg/L, the inhibition rate of LAP-GSLN on HBsAg and
HBeAg was 67.2 %, 69.0 %, respectively; while the inhibition
rate of LA on HBsAg and HBeAg was 45.1 %, 41.0 %,
respectively. No cytotoxic effect on 2.2.15 cells was found.

CONCLUSION:LAP-GSLN can target liver effectively in vivo
and inhibit HBV expression and DNA replication.

Wang JP,Bai XF, Zhang SQ, Li JG, Zhang Y, Zhang Y, Xue KC,Gu Y,

Wang PZ,Luo KX.Anti-HBV effect of targeted lamivudy palmitate solid lipid
nano-particles.Shijie Huaren Xiaohua Zazhi 2003;11(2):191-194

HBV

PLN-LAGS 2.2.15
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lamivudine, LA
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HBsAg,HBeAg HBYV DNA.
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LA 33 4d HBV-DNA
, 100mg/L  LAP-GSLN HBV DNA
<1.11x 107 L, LA 506x 10° /L;6d
HBsAg,HBeAg 0.01mg/L
LAP-GSLN,LA HBsAg,HBeAg 52.9 %,
53.9% 32.2%,31.1 % 10.0mg/L , LAP-
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45.1 %,41.0 %. 2.2.15
HBV DNA
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80 %

HBV HBV-DNA
1.1 ( ); (
); ( Sigma )D- (
);(2-C,-C,- )-r-
MOA
. HepG,2.2.15 Hep G,
HBV HBsAg HBeAg HBV DNA
Dane .DMEM
Gibco,G418(Geneticin) Sigma
MTT Boehringer .
19-21 g, ( ).
1.2 (lamivudinyl palmitate,
LAP : 1.29 g, 1.55¢,
(DCC)1.50 g,4- DMAP 100 ml
: 12 h, ,

( 40 1) Galp ;-
(CH,CH,0);-C1,H25(GMOA): 2.17 g,
MOA1.25g AgCO;1.05¢g 30 mL ,

16 h 200 moL/L CH;ONa
20 mL 0.5 h. 1 .

( - 30 1) 1.35¢.

lamivudiny

palmitate-solid lipid nanoparticles modified by galactoside,

LAP-GSLN).LAP-SLN :LAP 11.3 mg, 100 mg;
LAP-GSLN :LAP 11.3 mg, 95 mg,GMOAS5 mg.
100 mL
15 mL
60 g/L 10 mL
2 ,1min/ .
HepG,2.2.15 7 HepG,2.2.15
24 1 mL
1x 108 /L 2
2d 1
,10d . HBsAg,
HBeAg HBV DNA. 3, 3
1.2.1 HBV
ELSIA HBsAg,HBeAg:

(A) PIN  (X)

: = X-
X)= ( X-2.1)x 100 %. <30 %
=30-50 % >50 %.HBV-DNA
Hepatitis B virus fluorescence polymerase chain reaction(PCR)

P, 5 ATCCTGCTGCTATGCCTCATCTT
23" 3 bp;P.5 ACAGTGGGGGAAAGCCCTACGAAZ

23 bp 5 TGGCTAGTTTACTAGTGCCA
TTTTG3 25hp.
HBV-DNA, 5 uL
10 pL P, P,
dNTP Taq PCR , 93 1205,
93 45s 55 60s10 , 93 30s
55 45s 30 PE 5 700 DNA
Perkin Elmer HBV-DNA
ASAP
HBV-DNA
1.2.2 HepG,2.2.15
3 6d :
s 15 4+ 1¢g 3
LAP-SLN LAP-GSLN LA
12 h . 30 min
0.1 mL 0.5 mL 10 min
(14 000 g), 20 uL

(reversed-phase high performance liquid chromatography,
RP-HPLC) LA

2

2.1 LAP-SLN LAP-GSLN LA

HBsAg HBeAg LAP LAP-SLN
HBsAg HBeAg

2.2.15
LAP-GSLN 2215
LAP-SLN LAP-GSLN
6d HBsAg HBeAg LA
8d 1.0mg/L 1.
2.2 LAP,LAP-SLN LAP-GSLN 2.2.15 HBV-
DNA LA LAP-SLN LAP-GSLN
HepG,2.2.15 HBV DNA (1), HepG,2.
2.15 LA HBV DNA
HBV DNA
8 HBV DNA
6 HBVDNA LAP-GSLN HBV
DNA , 4 HBV DNA .
‘LA LAP-SLN LAP-GSLN HepG;2.2.15
HBV DNA LAP-SLN LAP-GSLN
LA LAP-GSLN

.LAP-SLN
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1 LAP-SLN LAP-GSLN LA HBsAg HBeAg (%).
HBsAg(HBeAg)%
mo/L 1d 2d 4d 6d 8d 10d
LAP-SLN 0.01 12.2(17.4) 20.1(25.8) 29.8(30.3) 45.9(43.2) 55.1(52.1) 64.2(60.3)
0.10 20.6(21.2) 28.4(30.2) 31.9(32.5) 54.2(52.4) 50.8(50.3) 66.3(59.3)
1.00 23.4(23.6) 32.0(32.5) 39.9(40.3) 53.3(51.4) 64.9(55.2) 70.2(55.2)
10.00 28.9(27.4) 19.9(21.1) 30.9(33.0) 60.1(51.9) 62.8(67.7) 65.5(59.0)
LAP-GSLN 0.01 15.2(17.0) 19.9(21.2) 30.9(33.0) 52.5(53.9) 62.8(67.7) 65.5(59.0)
0.10 21.9(22.3) 30.3(33.4) 37.2(38.2) 60.2(59.1) 71.4(77.5) 70.2(70.9)
1.00 28.7(29.0) 36.9(40.3) 44.7(45.3) 60.4(54.3) 71.3(69.2) 71.9(68.4)
10.00 30.1(32.3) 35.3(41.2) 60.5(61.2) 67.2(69.0) 72.4(51.9) 74.2(67.7)
LA 0.01 10.2(15.4) 15.8(11.5) 26.2(27.3) 30.2(31.1) 45.2(44.3) 60.9(61.2)
0.10 17.2(19.3) 20.9(21.0) 33.3(35.4) 33.5(36.6) 49.8(55.5) 61.8(59.2)
1.00 20.3(21.6) 29.8(29.6) 40.1(39.2) 42.7(41.2) 56.2(40.2) 59.6(60.3)
10.00 25.1(26.9) 27.9(30.2) 40.9(40.3) 45.1(41.0) 53.4(49.8) 60.3(64.0)
HBsAg HBeAg
2 30min LA
HBV ,
HBV cccDNA,
LA 40.0 39.4 12.8 6.4 1.4
HBV-DNA
LAP-SLN 25.2 52.1 12.7 7.3 2.7 2 14_15].
LAP-GLSN 11.4 77.4 5.2 3.6 2.4
, HBV-DNA
4000 - LAP-GSLN (solid lipid nanoparticles, SLN)
j 3500 F [12,13,16—25]
> —A—— LAP-SLN !
.% 3000 A
8 2500
S 2000
X 1500 ) SLN )
< 1000 LA (LAP),
5 5007 (ASGP- R) =
g of
_500 L L L ] ]
2 tg ¢ 08 10 PH
1 LA LAP-SLN LAP-GSLN HepG,2.2.15 HBV DNA '
- HepG,2.2.15 HBV-DNA
’3 HBV-DNA
ASGP-RM.LA  HepG,22.15  HBV-DNA
HepG,2.2.15 ,
2. SPSS 3 LA
 LAP-SLN LAP-GSLN :
 LAP-GSLN LAP-SLN P <0.01 .LAP-GSLN LAP-GSLN 4d  HBV-DNA ’
LA 33 . LAP-SLN 20 6d HBeAg,HBsAg , LA 8d
LAP_SLN A 17 >10mg/L  HBV-DNA HBV
LAP-SLN LAP-GSLN LAP- LAP-SLN,LAP-GSLN LA
GLSN LAP—SLN, HBV HBsAg HBeAg HBV-DNA
HepG,;2.2.15
3 LA
HBY (-1 DNA . LAP-
SLN HepG,2.2.15
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Abstract

AIM:To study the effect of Oxymatrine on liver fibrosis in
immunogenic liver fibrosis rat model.

METHODS:Rat liver fibrosis model was induced by human
serum albumin (HSA), 60 Wistar rats were randomly divided
into 5 groups, control group without any treatment,liver
fibrosis model group,oxymatrine preventive group,
oxymatrine therapeutic group,and cochicine therapeutic
group.The pathological changes of liver were observed by
HE and Von-Gieson staining.The expressions of mRNA and
proteins of collagen I/111 in liver were determined by in situ
hybridization and immunohistochemistry.

RESULTS:The liver fibrosis degree and level of mRNA and
proteins of collagen 1I/111 in the liver were significantly reduced in
the decreasing order in oxymatrine preventive group,
oxymatrine therapeutic group, and cochicine therapeutic group.

CONCLUSION:Oxymatrine may inhibit hepatic inflammation
and hepatic synthesis of collagen I/111,and thus prevent and
inhibit hepatic fibrosis.
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Abstract

AIM:To explore the effect of Chinese herb Shuangjiawuling
in preventing hepatic fibrosis in rat with liver fibrosis.

METHODS:Rat immunogenic liver fibrosis model was induced
by administration human serum albumin (HSA 200 g/L)
intravenously, 80 rats were randomly divided into 5 groups.
Shuangjiawuling was taken orally simultaneously with (group A),
immediately after (group B), or 3 months after ( group C)
administration of HAS intravenously. Colchine tablets were
taken orally with the administration of HAS (group D),normal rats
were used as control ( Group E ). The pathological changes
of liver tissue were observed by HE and Von-Gieson staining.
The hepatic mRNA and protein of TIMP-1 and TIMP-2 were
analyzed by in site hybridization and immunohistochemistry.

RESULTS:Hepatic fibrosis developed gradually and became
obviously on the third month after administration of HAS.
And strong expressions of TIMP-1 and TIMP-2 were observed,
however,its expression and hepatic fibrosis were reduced
dramatically following administration of Shuangjiawuling and
colchine tablets.The effect of Shuangjiawuling in preventing fi-
brosis was superior to that of colchine tablets (P <0.05),
and its effect in group A, B, and C decreased in order.

CONCLUSION:Chinese herb Shuangjiawuling can inhibit the
development of hepatic fibrosis and the expression of TIMPs,
and promoted the effect of the degradation of the extracellular
matrix.

Xie YM, Nie QH, Zhou YX, Huang CX, Kang WZ ,Zhang Y, Hao CQ, Wang
JP, Zhu XH.Effect of Chinese herb Shuangjiawuling on expression of TIMPs
in rat with liver fibrosis.Shijie Huaren Xiaohua Zazhi 2003;11(2):199-203
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Abstract

AIM:To investigate the expression of TIMP-1 in normal and
experimental fibrotic livers in rats.

METHODS:Hepatic fibrosis rat models were induced with
human serum albumin, and normal rats were used as control.
TIMP-1 mRNA and its related antigens in liver were examined
with immunohistochemistry and in situ hybridization.Expression
of TIMP-1 gene was detected with PCR.

RESULTS:The positive signal of TIMP-1 proteins was mainly
located in cytoplasm rather than nucleus in hepatic myofibroblasts
and fibroblasts, which dominated in portal areas and fibrous
septums fibrotic rats.Such distribution of expression of TIMP-1
detected with immunohistochemistry was consistent with
that in situ hybridization.The level of TIMP-1 expression in
fibrotic rats was obviously higher than that in normal ones.

CONCLUSION:TIMP-1 was expressed dominantly in fibroblast
and myofibroblast in fibrotic liver, the expression level
increased with progression of liver injury and severity of
hepatic fibrosis.

Nie QH, Xie YM,Zhou YX,Cheng YQ,Luo H,Luo XD.Expression of TIMP-1
in normal and fibrotic livers in rats.Shijie Huaren Xiaohua Zazhi 2003;11
(2):204-208
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Abstract

AlIM:To investigate the effect of hepatocyte growth factor
(HGF) on severity of liver fibrosis and hepatic expressions
of MMP-1,TIMP-1 and to explore the mechanism of HGF in
preventing liver fibrosis in rats.

METHODS:Eighty male Wistar rats were randomly divided
into normal control group (Group A, 16 rats), liver fibrosis
model group (Group B, 54 rats) and HGF therapy group
(Group C, 10 rats). The liver fibrosis model was induced by
administration CCl, intraperitoneally.Rats in Group C had
been administered HGF for six weeks and were sacrificed
afterwards. Eight rats from each of group A and B were
randomly sacrificed on week 6 simultaneously as that in
group C. The remaining rats in-group B were randomly further
subdivided into liver fibrosis model group (Group D, 12 rats)
and HGF therapy group (Group E, 10 rats),HGF was administered
to rats in group E on week.7.All rats in group D and E were
sacrificed on week 10. Liver function and levels of serum
hyaluronic acid (HA), mucin (LN), collegen type IV (CIV),
procollagen 111 (PCIII) were tested; the expression of MMP-1
and TIMP-1 were determined by immunohistochemical staining
and analyzed by computer.

RESULTS:Compared with Group B, the serum levels of ALT,
AST, HA, LN, CIV, PCIII in Group C were significantly reduced
(P <0.01), MMP-1 activity was slightly increased (0.25+0.02, vs
0.22+0.05, P <0.05),TIMP-1 activity was markedly reduced
(0.34+0.05, vs 0.45+005, P <0.01).TIMP-1 activity in Group
E (0.31+0.07) was also markedly reduced in comparison
with Group D ( 0.42+0.06) (P <0.01).

CONCLUSIONSHGF has obvious effect in preventing develop-
ment of liver fibrosis; it might facilitate degradation of hepatic
fibrosic tissue via increasing the MMP-1 activity and or
inhibiting TIMP-1 activity.
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Abstract
AIM:To investigate the role of NF-kB in the pathogenesis of 2, 4,
6-trinitrobenzene sulfonic acid (TNBS)-induced colitis in rats.

METHODS:UlIcerative colitis model in rat was induced by
TNBS.The expression of NF-kB, TNF-a and ICAM-1 protein
in colon tissues were detected by immunohistochemistry.
The myeloperoxidase (MPO) activity in colon mucosa was
detected by biochemistry.The pathological changes in the
colon were examined,the relationships among the activity of
NF-kB, TNF-a, ICAM-1, and MPO were evaluated.

RESULTS:The activity of NF-kB and the expression of TNF-a,
ICAM-1 in rats with TNBS-induced colitis was higher than
that in normal control (P <0.01), a very significant correlation
between the expression of NF-kB:52.14+9.81+30.26+10.20,
60.73+13.41,45.24+10.86 v513.31+4.76,16.95+6.83,11.61+4.85,
14.1045.76; with TNF-a,74.50+11.20,48.1145.95,84.09+14.52,
53.40+8.79 vs 16.99+5.48,20.04+6.76,10.13+1.79,16.03+6.21;
ICAM-1:68.15+7.25,44.34+7.54,77.69+8.09,47.01+8.82 vs
15.3444.03,17.50+6.95,10.33+2.38,13.41+4.91, MPO:1.69+0.11,
0.71+0.06 vs 0.39+0.07,0.31+0.08; ICAM-1,MPO activity,
macroscopic and histological changes in TNBS-induced colitis
was found,respectively (r=0.9304, 0.8680, 0.6865, 0.9 292,
0.8 462;P <0.001 or P <0.005).

CONCLUSION:NF-kB may play an important role in the
pathogenesis of ulcerative colitis in rats.

Li JH,Yu JP,He XF,Xu XM.Expression of NF-kB in rats with TNBS-induced
ulcerative colitis.Shijie Huaren Xiaohua Zazhi 2003;11(2):214-218
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Abstract

AIM:To compare the biological characteristics of cultured
mice bone marrow dendritic cell (BM-DC) in cultural media
with peritoneum or with growth stimulating factor.

METHODS:.DC progenitors of were isolated from bone marrow
of Balb/C mice, and transformed into DC cell by culturing
with secretary fluid of peritoneum, mGM-CSF, and mlL-4,
respectively. The biological features and immunity of the
DC cells were studied with mixed lymphocyte reaction, im-
munohistochemistry staining, light microscope and scanning
electronic microscope.

RESULT S:After culturing for 6-8 days, the number of BM-DC
(6x10°) released from proliferating colony in media containing
mMGM-CSF and miL-4 was higher than that in media containing
peritoneum without significant difference. High level of expressed
CD86 on BM-DC was demonstrated on day 7 in culture,
MLR results indicated that the stimulating ability for proliferation
of T cell was higher in media with mGM-CSF, mIL-4 than that
with peritoneum, while the control media without stimulating
factors showed no ability to stimulate the growth of T cells

CONCLUSION:These observations demonstrated that auto-
peritoneum can substitute for cytokines in media and stimulate
the growth of bone marrow-derived DCs, which possess the
corresponding cellular biological features and cellular immunity.

Wang QC,Feng ZH,Zhou YX, Nie QH,Hao CQ,Wang JP.Comparative re-
search of dendritic cells cultured from mice bone marrow with different
ways.Shijie Huaren Xiaohua Zazhi 2003;11(2):219-223
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Abstract

AIM:To study the effects and clinical significance of parenteral
hyperalimentation on levels of serum motilin, peptide YY, IgG
and glycoproteins in patients with severe ulcerative colitis.

METHODS:Eighty-nine patients (males 51,females 38,age
23-57 years) with severe ulcerative colitis were examinated
with colonoscope, barium enema, the diagnosis was confirmed
histologically. Bacterial infection was excluded through twice
consecutive stool cultures. And ameba, schistosomiasis,
gastroentertinal cancer and endocrine diseases were also
excluded. Ulcerative colitis was found in sigmoid (n =45),
descending colon (n =21), colon splenic flexure (n =15)
and transverse colon (n =8). Its clinical categories included
relapse (n =44), persistent (n =30) and initial (n =15).
Parenteral hyperalimentation was applied to patients once
diagnosis was made; three days later, fasting venous blood
was drawed to test serum motilin (MTL), peptide YY (PYY)
and 1gG by radioimmunoassy, and serum al, a2 and y
glycoproteins by electrophoresis.

RESULTS:After 4-week period therapy with parental
hypernutrition,27 cases (30 %) recovered completely, 48
(54 %) improved, and 14(16 %) failed to therapy, the total

effective rate was 84 %. Level of serum MTL, PYY, IgG, and
al-glycoprotein in colitis patients were significant higher
than those in control, a 2-glycoprotein was lower than that
in control ( P <0.05). All these abnormal data became normal
after treatment.However,no difference of these parameters
was observed between patients who were effective to therapy
and those who failed to therapy (P <0.05).No obvious change in
serum aspartate aminotransferase (AST), alanine ami-
notransferase (ALT) and y- glycoprotein was existed in all
patients (P >0.05).Level of serum albumin was increased
(P <0.05),and the histological change in ulcerative colitis
was significantly improved after treatment.

CONCLUSION:The parenteral hyperalimentation therapy
improved effectively serum levels of matilin, PYY, IgG and
glycoproteins in patients with severe ulcerative colitis.

Guo XG, Sun AH, Li CN, Zhang HB, Zhou XM, Xu CT, Pan BR. Effects of
parenteral hyperalimentation on serum motilin, peptide YY,IgG and glyco-
proteins in severe ulcerative colitis. Shijie Huaren Xiaohua Zazhi, 2003;11
(2):224-228
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Abstract

AIM:To investigate the expressions of COX-2 and p53 in
human pancreatic cancer and their correlation with biological
behaviors of pancreatic cancer.

METHODS.The expressions of COX-2 and p53 in 51 specimens
of human pancreatic ductal adenocarcinoma and 11 specimens
of normal tissues adjacent human pancreatic ductal adenocarci-
noma were detected with immunohistochemistry by Envision.

RESULTS:The detectable rate of COX-2 and p53 in pancreatic
ductal adenocarcinoma were 74.5 % and 60.8 %o, respectively;
but none in adjacent normal tissues. The expression of COX-2
was significantly associated with the clinical stages and me-
tastasis status of lymph nodes (P =0.022, 0.036) , but not
with histological grade (P =0.152). The expression of p53
was significantly correlated with the lymph node metastasis
status (P =0.035) , but not with their histological grades
and clinical stages (P =0.131, 0.078). There was a significant
correlation between the expression of COX-2 and p53 (r=0. 452,
P =0.001).Conditions such as age, sex, tumor size and location
had no relation with expression of COX-2 or p53.

CONCLUSION:The cooperation of COX-2 and p53 may play
a pivotal role in the carcinogenesis and the progression in
pancreatic cancer. They may provide new targets for the
therapy of pancreatic cancer.

Liu JW,Li KZ,Dou KF.Expression of cyclooxygenase-2 in pancreatic cancer and
its correlation with p53. Shijie Huanren Xiaohuan Zazhi 2003;11(2):229-232
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