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Abstract

AIM: To obtain DNA of human Helicobacter pylori (Hp)
adhesin gene babA, and the amplified fragment was inserted
into plasmid pET-22b (+) for nucleotide sequencing analysis
and to carry out bioinformatics analysis.

METHODS: The babA, DNA was amplified by PCR and in-
serted into the plasmid pET -22b (+) and sequenced. The
biological property was analysed by the software ANTHEPROT
V4.3c.

RESULTS: DNA sequencing analysis showed that the se-
guence of babA, DNA was the same as that published by
GenBank. ANTHEPROT V4.3c software predicted its relative
molecular mass(M;) was 78 kD and it possessed good
antigencity and hydrophobicity.

CONCLUSION: A confirmed babA, gene has been obtained
and bioinformatics analysis showed that it had good
immunogenicity. Our study lays a good foundation for
recombination,expression and relevant research on adhesin

gene babA, of Helicobacter pylori.

Bai Y, Huang W, Wang JD, Zhang ZS, Zhou DY, Zhang YL. Cloning,
sequencing and bioinformatics analysis of adhesin gene babA, of
Helicobacter pylori. Shijie Huaren Xiaohua Zazhi 2003;11(10):1470-1474
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T R Y S T L N T L | K L S A D P S A | N
gcg gca cgt gaa aat ctg ggc gcg agc gcg aag aac ttg atc ggc gat acc aaa aat tcc
A A R E N L G A S A K N L | G D T K N S
ccc gcc tat caa gcc gtg ctt ttg gcg atc aat gcg gcg gta ggg ttt tgg aat gtc tta
P A Y Q A \Y L L A | N A A \Y G F W N \Y L
ggc tat gct acg caa tgc ggg ggt aac gct aat ggt caa gaa agc acc tct tca acc acc
G Y A T Q C G G N A N G Q E S T S S T T
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atc ttc aac aac gag cca ggg tat cga tcc act tcc atc act tgc agt ttg aac agg tat
| F N N E P G Y R S T S | T C S L N R Y
aag cct gga tac tac ggc cct atg agc att gaa aat ttc aaa aag ctt aac gaa gcc tat
K P G Y Y G P M S | E N F K K L N E A Y
caa atc ctc caa acg gct tta aat aaa ggc tta ccc gcg ctc aaa gaa aac aac gga acg
Q | L Q T A L N K G L P A L K E N N G T
gtc agt gta acc tac acc tac aca tgc tca ggg gaa ggg aat gat aac tgc tcg aaa aaa
\Y S \Y T Y T Y T C S G E G N D N C S K K
gcc aca ggt gta agt gac caa aat ggc gga acc aaa act aaa acc caa acc ata gac ggc
A T G Vv S D Q N G G T K T K T Q T | D G
aaa acc gta acc acc acg atc agt tca aaa gtc gtt gat agt cag gca aaa ggt aat aca
K T \Y T T T | S S K \Y Vv D S Q A K G N T
aca agg gtg tcc tac acc gaa atc act aac aaa tta gac ggt gtg cct gat agc gct caa
T R \Y S Y T E | T N K L D G \Y P D S A Q
gcg ctc ttg gcg caa gcg agc acg ctc atc aac acc atc aac acg gca tgc ccg tat ttt
A L L A Q A S T L | N T | N T A C P Y F
agt gta act aat aaa agt ggt ggt cca cag atg gaa ccg act aga ggg aag ttg tgc ggt
S \Y T N K S G G P Q M E P T R G K L C G
ttt aca gaa gaa atc agc gcg atc caa aag atg atc aca gac gcg caa gag ctg gtc aat
F T E E | S A | Q K M | T D A Q E L \Y N
caa acg agc gtc att aac gag cat gaa caa tca acc ccg gta ggc ggt aat aat ggc aag
Q T S \Y | N E H E Q S T P \Y G G N N G K
cct ttc aac cct ttc acg gac gca agc ttc gct caa ggc atg ctc gct aac gct agt gcg
P F N P F T D A S F A Q G M L A N A S A
caa gcc aaa atg ctc aat cta gcc cat caa gtg ggg caa acc att aac cct gac aat ctt
Q A K M L N L A H Q \Y G Q T | N P D N L
acc ggg act ttt aaa aat ttt gtt aca ggc ttt tta gcc aca tgc aac aac aaa tca aca
T G T F K N F \Y T G F L A T C N N K S T
gct ggc act agt ggc aca caa ggt tca cct cct ggc aca gta acc act caa act ttc gct
A G T S G T Q G S P P G T \Y T T Q T F A
tcc ggt tgc gcc tat gtg gag caa acc ata acg aat cta aac aac agc atc gct cat ttt
S G C A Y \Y E Q T | T N L N N S | A H F
ggc act caa gag cag cag ata cag caa gct gaa aac atc gct gac act cta gtg aat ttc
G T Q E Q Q | Q Q A E N | A D T L \Y N F
aaa tct aga tac agc gaa tta ggg aat act tat aac agc atc act act gcg ctc tcc aaa
K S R Y S E L G N T Y N S | T T A L S K
gtc cct aac gcg caa agc ttg caa aac gtg gtg gga aaa aag aat aac ccc tat agc ccg
\Y P N A Q S L Q N V \Y G K K N N P Y S P
caa ggc ata gaa acc aat tac tac ttg aat caa aac tct tac aac caa atc caa acc atc
Q G | E T N Y Y L N Q N S Y N Q | Q T |
aac caa gaa tta ggg cgt aac ccc ttt agg aaa gtg ggc atc gtc agt tct caa acc aac
N Q E L G R N P F R K \Y G | V S S Q T N
aat ggt gcc atg aat ggg atc ggt atc cag gtg ggc tac aag caa ttc ttt ggg caa aaa
N G A M N G | G | Q \Y G Y K Q F F G Q K
agg aaa tgg ggt gca aga tac tac ggc ttt ttt gat tac aac cat gcg ttc att aaa tcc
R K W G A R Y Y G F F D Y N H A F | K S
agc ttc ttc aac tcg gct tct gac gtg tgg act tat ggt ttt gga gcg gac gct ctt tat
S F F N S A S D \Y W T Y G F G A D A L Y
aac ttc atc aac gat aaa gcc acc aat ttc tta ggc aaa aac aac aag ctt tct gtg ggg
N F | N D K A T N F L G K N N K L S V G
ctt ttt ggc ggg att gcg tta gcg ggc act tca tgg ctt aat tct gaa tac gtg aat tta
L F G G | A L A G T S W L N S E Y V N L
gcc acc atg aat aac gtc tat aac gct aaa atg aac gtg gcg aac ttc caa ttc tta ttc
A T M N N \Y Y N A K M N \Y A N F Q F L F
aac atg gga gtg agg atg aat tta gcc aga tcc aag aaa aaa ggc agc gat cat gcg gct
N M G \Y R M N L A R S K K K G S D H A A
cag cat ggc att gag tta ggg ctt aaa atc ccc acc att aac acg aac tac tat tcc ttt
Q H G | E L G L K | P T | N T N Y Y S F
atg ggg gct gaa ctc aaa tac cgc agg ctc tat agc gtg tat ttg aac tat gtg ttc gct
M G A E L K Y R R L Y S \Y Y L N Y \Y F A
tat taa
Y
2 Hp BabA,
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Abstract

AIM: To construct and express the fusion gene of H pylori
heat shock protein A subunit (HspA) and E.coli heat-labile
enterotoxin B subunit (LTB), and analyse the biologic and
immunologic characteristics of the fusion protein.

METHODS: HspA gene was amplified from H pylori chro-
mosome by PCR. The gene was cloned into plasmid pPLtB
and the fusion gene of H pylori urease B subunit (HspA)
and E.coli heat-labile enterotoxin B subunit (LTB) was
constructed, and then LTB-HspA recombinant protein was
expressed in E.coli JM109.

RESULTS: LtB-HspA fusion gene was found to be 684 base
pairs and encode the recombinant fusion protein, which
was composed of 228 amino acid residues. SDS-PAGE and
Western blotting analysis showed that the recombinant
fusion protein had a molecular weight of 25kD and a positive
reaction with the serum from H pylori-infected patients.
ELISA analysis showed that LTB protein existed in the fusion
protein. At the same time, fusion protein kept the character
of binding with LTB receptor-ganglioside GM;.

CONCLUSION: LTB-HspA recombinant protein may be used

for research of genetically engineered H pylori vaccine.

Guo H, Zou QM, Zhao XY, Wu C. Construction and expression of the
fusion gene of H pylori HspA subunit and E.coli heat-labile enterotoxin
B subunit. Shijie Huaren Xiaohua Zazhi 2003;11(10):1475-1479

: (H pylori) A
(HspA) E.coli B (LTB)
: PCR H pylori DNA
354bp HspA , pPLtB ItB
, ItB-HspA
pPLH, E.coli IM109
: , ItB-HspA 684
, 228 .SDS-PAGE  Western
blotting , M, 25 x 103, H pylori
, ELISA
LTB , LT - GM,
: LTB-HspA H pylori
HspA LTB

. 2003;11(10):1475-1479
http://www.wjgnet.com/1009-3079/11/1475.asp

0
(H.pylori) B , ,
(MALT) ,
WHO (=37 H pylori
N . . A,
(Hsp) , (vacuolating cytotoxin
A, VacA) A (cytotoxin associated gene
A protein, CagA)®**. H pylori B (UreB),
A (HspA) VacA
(LT) H pylori
H pylori
, B
[49-58] PCR H pylori HspA
ItB , ,
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LTB , SDS-PAGE
: Western-blotting ¢
ISBN 7-03-006408-9/Q.768 )
1.1 pFs2.2  F.schodel ; H pylori (1:2 000 ),
PinPoint™Xa- T Promega : E.coli DH5a IgG (1:3 000 ),
E.coli IM109 , Hpylori NCTC11637 . ELISA
: : , 10 g/L"? ,
LT , H pylori LT (1:1000) HRP 19G
; HRP , (1:20 000), . GM;-
N . IPTG ELISA ,
; HRP IgG ;
LT, GM, Sigma Genebank hLT 2
, : 5 ATCTG PCR pFs2.2  H pylori
CAGGGAGTTACTCACATGGCTCCCCAGTCTATTAC 3’, LtB HspA ,
5’ CGCGGATCCATCCTGAGGGTAGTTTT’ 3. ( 1.
LTB DNA ATG 64 bp , 1 2 3
LTB 3’ R
Pst1  Bam HI R LTB
(Asn) AAC BamHI
YPQD 12 . ItB pFs2.2
PCR . GenBank H pylori HspA
5’ Bam HI  EcoR V ,
hspA TAA
1 PCR .1 ItB PCR product; 2 hspA PCR
’ product; 3 PCR marker.
TAA 130" bp Net Primer

’ ’

15’ -GTC GAT CCAAGT TTC
: 5> -GCG ATA TCA

PAGE
AAC CAT TAG G-3’
CAG CGT CAT GGA GTT-3’.

1.2 LtB H pylori HspA PCR :
ItBDNA pFs2.2 Hp NCTC1 1637
DNA " PCR
94 °C 5 min, Taq DNA ,
:94°C, 1min, 55°C, 1min, 72 °C, 1min,
72 °C 5 min.
3m, 10g/L* .
DNA . LtB PCR
Pst I+Bam HI Pst I+Bam HI
PinPoint™Xa- TI , LTB
pPLtB, pPLtB s
ItB . pPLtB  HspA PCR
Bam HI EcoR V , Silver
Beads kits DNA ,  pPLtB/BamH
I+EcoR 'V PCR /BamHI+EcoR V  14-16 C
16 h. E.coli DHb5a,
, pPLH. .
pPLH E.coli IM109 , IPTG

23130
941
6 55?>
4316~

23227
2 027/

564

2 pPLH . Marker; 1. Positive recom-
binant plasmid pPLH Pstl+EcoRV; 2. Positive recombinant plasmid
pPLH Pstl+BamHI.

2.1 LtB PCR Pstl+BamHI
Pstl+BamHI PinPoint™Xa-
i , LTB pPItB.  Amp
, Pstl+BamHI ,
330 bp DNA ( 2.
BamHI  EcoRV HspA PCR
pPLtB ItB ItB-HspA
, pPLH( 3), Pstl+EcoRV ,
800 bp DNA ( 2.
pPLH ( 4), GenBank
) ItB

99.1 % (327/330),
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99.1 %, HspA 96.3 % (341/354), 2.2 LtB—HspA pPLH E.coli
98.3 % (2/118). 2.33% JM109 SDS-PAGE ,
1.3% , M, 25 000
( 5). LTB-HspA Western blotting
, IPTG
M, 25 000 )
( 6). HspA
ELISA )
LtB DNA , LTB-HspA
BamH I LTB . GM,-ELISA ,
GM,
M 1 2 3 4
HspA DNA 94 KD
BamH 1 Bam H I —="—1 66 KD -8 =
Co =
\ T.DNA Ligase SKD @ - . ~ &
= .
30 KD - -
-
20KD e . "
14KD ;
5 pPLH SDS-PAGE . M: Molecular weight

3 pPLH

gct cce cag tct att aca gaa cta tgt tcg gaa tat cgc aac aca caa ata tat acg ata
APQSITELCSEYRNTOQIY T
aat gac aag ata cta tca tat aca gaa tcg atg gca ggc aaa aga gaa atg gtt atc att
NDKILSYTESMAGKREMV II
aca ttt aag agc gge gea aca ttt cag gtc gaa gt ccg gge agt caa cat ata gac tcc
TFKSGATFQVEVPGSQHIDS
Caa aaa aaa gcc att gaa agg atg aag gac aca tta aga atc aca tat ctg acc gag acc
QKKAIERMKIDTLRITYLTET
aaa att gat aaa tta tgt gta tgg aat aat aaa acc ccc aat tca att gcg gea atc agt
KIDKLCVWNNKTPNSI AAIS
atg gaa aac tac cct cag gat gga tcc aag ttt caa cca tta gga gaa agg gtc tta gta
MENYPQDGSKFQPLGERVLYV
gaa aga ctt gaa gaa gag aac aaa acc agt tca ggc att atc atc cct gat aac gct aaa
ERLEEENIKTSSGIIIPDNASK
gaa aag cct ttg atg ggc gta gtc aaa geg gtt age cat aaa atc agt gag ggt tgc aaa
EKPLMGVVKAVSHKISEGTCK
tgc gt aaa gaa ggc gat gtg atc get ttt gge aaa tat aaa ggt gca gaa atc gtt tta
CAKEGDVIAFGKYKGAEIVL
gat ggc acc gaa tac atg gtg cta gaa cta gaa gac att ctg ggc att gtg ggt tca gge
DGTEYMYV LELEDILGIVG SG
tct tgt tgt cat aca ggt aat cat gat cat aag cat gct aaa gag cat gaa get tgc tgt
SCCHTGNHDHDHAKEHEACTC
cat gat cac aaa aaa cac taa
H DH K K H *

4 ItB-HspA

marker; 1: E.coli IM109/pPLH after induction with IPTG;2: E.coli
JM109/pPLH before induction; 3: E.coli IM109/PinPoint™Xa- Il after
induction with IPTG; 4: E.coli IM109/PinPoint™Xa- Il before
induction.

97 400
66 200
43 000
31 000
20 000
14 400
M 1 2
6 LTB-HspA . M: marker; 1:
;2! 5h
3
(Hsp)
) H pylori
(s9]
. H pylori 354 bp HspA
ItB , [tB-HspA
. , 684 )
ItB HspA , IB
,  0.90% (3/330) ,
, 99.1 %j;
HspA GenBank ,  3.67%(13/
354) , 2
, Val-51 Ala-51 Val-73
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Thr-73, 98.3 %. 233% (Suppl 1): 3-15 y
) ) ) ) ) . p
(16/684) 1.3 % (3/228) ; P53 . 1999;7:995-996
, R 10 ,
18 1999;7:1068-1069
’ 11 , , ,
TGF-bl 1999;7:1090-1091
LtB-HspA 12 I MALT
1999;7:789-790
’ 13 ]
(tag) DNA , 1999;7:740-742
pPLH, E.coli JIM109 IPTG , A L - Hp(+)DU
M, 25 000 . Western blotting 2000:8:590-592
, ELISA 15 ' ' , , :
2000;8:219-220
LTB-HspA , 16 ‘ ‘ ‘ ‘
. 2000;8:
, A 505-508
17 , , ,
, B MRC1 MUC6
GM, ) LTB 2000;8:584-585
18 , .
GM, ’ GM.- 2000;8:206-207
ELISA , LTB-HspA LTB 19 ,
GM, 2000;8:710-711
20 ,
’ ’ 2000;8:1042-1045
H pylori , 21 , , .
HspA , G, D . 2000;8:847-850
. 22 , , , , .
H pylori : Bax . 2000;8:860-862
(LT " 23 , ' . ' . - Hp
160, 61] , DNA 2000;
: 8:1057-1059
LTB LT , 24 Sokucu S, Suoglu OD, Turkkan E, Elkabes B, Ozden T, Saner
G. Helicobacter pylori infection in Turkish children with gas-
’ trointestinal symptoms and evaluation of serology. Turk J
Pediatr 2002;44:102-108
) , 25 : , : - Hp(+)bU T
Weltzin LTB , 2000;8:1303-1305
26 , .
lgG1  19G2a 2000;8:1084-1088
IgA, H pylori (], 27 : '
2001;9:111
, UreA, HspA LT 28 ’ ’ as
LTB  HspA 2001;9:218-219
: LTB 29 : : :
. 2001;9:472-473
30 , , , . P53  Fas
2001;9:456-457
4 31 , .
1 , , , 2001;9:422-426
1999;7:975-977 32 ' b '
2 ‘ ‘ ‘ ) C
. 1999;7:760-762 2001;9:302-307
3 , , , , 33 )
1999; 2002;10:427-429
7:861-863 34 , , , , .
4 : 2001;9:984-987
1999;7:1-2 35 ‘ )
5 » » C _ 2002;10:459-464
5 CagA VacA . 1999;7:917-918 36 , _ _8 _1b
' ‘1999;7:647-648 2002;10:478-480
7 , , 37 , , , , , . Hp+
. 1999;7:429_430 iNOS . NO 2001;921459-1461
8  Go MF. Review article: natural history and epidemiology of 38

Helicobacter pylori infection. Aliment Pharmacol Ther 2002;16
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Abstract

AIM: To construct a recombinant vector containing gene
encoding heat shock protein A with a Mr of 13 000 from
human Helicobacter pylori (H pylori) and express it in E. coli
BL21, and to explore the antigenicity.

METHODS: The target gene was amplified from H pylori
chromosome by PCR, and then inserted into the prokaryotic
expression vector pET32a (+) digested by restrictive en-
donuclease enzymes of kpn 1, BamH | simultaneously.
The recombinant vector was transformed and expressed
in E.coli BL21.The antigenicity of recombinant fusion protein
was analysed by Western blot.

RESULTS: Enzyme digestion and sequencing analysis
showed that the target gene has been inserted into the
recombinant vector, but as compared with the gene reported
by GenBank, 1.6 % of gene mutation and 1.6 % of amino acid
residues change in H pylori occurred, respectively. SDS-PAGE
analysis showed that the recombinant vector could be
expressed in E.coli BL21, the relative molecular mass (M;)
of expressed product was 33" 103, while M, of protein
expressed by pET32a (+) was about 20" 103, and soluble
fusion expression product accounted for 18.96 % of total
bacterial protein. After purification with Ni*-NTA agarose
resin, the purity of recombinant fusion protein was about

95 %. Western blot result showed that recombinant fusion
protein could be recognized by anti-H pylori positive serum,
suggesting that the protein had good antigenicity.

CONCLUSION: The gene encoding H pylori heat shock protein
A has been cloned and expressed successfully. The results
lay the foundation for development of H pylori protein vaccine
and a quick diagnostic kit for detection of H pylori infection.

Jiang Z, Pu D, Huang AL, Tao XH, Wang PL. Cloning, expression and
antigenic analysis of heat shock protein A gene of human Helicobacter
pylori. Shijie Huaren Xiaohua Zazhi 2003;11(10):1480-1484

(H pylori) A
\ , E. coli BL21
H pylori DNA ,
A ; PET32a(+)
kpn I . BamH | N . ,
BL21(DE30) ; ,
Western blot
v ) H pylori
A , GenBank ,
1.6 % (bp) , 1.6% .
SDS-PAGE , M, 33 x
103, pET32a(+) Mr 20 x 103,
18.96 %. Ni*-
NTA , 95 % Western
blot , H pylori
: H pylori A ,
H pylori
: : , . A
N 2003;11(10):1480-1484
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, 50-80 %, TTTTGTGATCATGAC-3’. P1 kpnl
1-2 % ) , P2 BamH 1 50 mL
. H pylori . MALT , dNTP 1 mL, DNA( )2 m
-1, 18mmol/L P1 P2 1m, Taq
il DNA 1L, PCR ,
re] H pylori 94 C 7 min, 94 C 1 min, 52 C
N , 50s, 72 C 50 s, 1 72 C
, 7 min, 35 . PCR 10 g/L
H pylori , , . , 10 g/L _
, H pylori ; PCR pET32a(+), kpnl  BamH
; N I , PCR ;
, H pylori pET32a(+) 4 :1( ) ,
) 4°C ; [33] Topl0
H pylori : H pylori Topl0 50 L, LB
. , 2mL 300 r/min 3 h,
21 I , 10 000 r/min 2 min. , 100 mmol/L CaCl,
2010 , H pylori 150 mL , 0°C 2 h,
. : H pylori 10 nL , 0C 30 min., 42 C
A(HspA) . . . 2 min 2 min; 1mLLB ,
. A Mr 18 000, 37 C 30 min; 200 L , LB+
26 000 OMP [07-34 " HspA 100 mg/L , 317C
H pylori , 70-80 % , 2 mL LB+ 100 mg/L
, H pylori , , 37°C 250r/min 12 h. ,
) HspA, , DNA
,  HspA , PCR , ,
, E. coli , H pylori 1.21 pET32a(+)/HspA  E.coli
E.coli BL21,
LB (
1 100mg/L) . 37T Agp=0.4-0.6 ,
1.1 H pylori ; Topl10. 1.0 mmol/L  IPTG, 4 h,
BL21(DE3) pPET32a(+) , 10 000 r/min 2 min. ,
; T, DNA (kpnl , 5 min, 150 g/L SDS-PAGE,
BamH I) Promega ; Tag DNA Takara ; )
dNTP IPTG  sigma .
; PE-2400 PCR PE : [33] 1.2.2 C
H pylori DNA,  H pylori 1.5 mL, 6 , Ni*-NTA
12 000 r/min 2 min; , TE 567 m. 500 mL LB ,
, 100g/LSDS30nm.  20g/L K3ni, (50 mmol/L NaH,PO, 300 mmol/L NaCl,
37°C 1h; 5 mol/L NaCl 100 ni pH7.0010mL , 35% x 600 v ,
100g/LSDS80 M., 65°C 10 min. / 40 min, 4 °C 10 000 r/min 15 min,
3, EP , 0.6 Ni"-NTA , (50 mmol/L
, 12 000 r/min 15s. . 300 mmol/LNaCl 20 mmol/L , pH7.8)
, 700 mL/L 1mL , 12 000 r/min 10 mL 2 (50 mmol/L
5 min, , 100 mL TE , . 300 mmol/L NaCl, 250 mmol/L , pH7.8) 10 mL
-20C , 3 . 3 10 m_,
1.2 A(HspA) , 2 % , 5 min,
GenBank, HspA 150 g/L SDS-PAGE. H pylori
P1 p2, P1 5’ -CCGGTACC-ATGAAGTT , (19G)

TCAACCATTAGG-3’; P2 5° -CCGGATCC-GTGTT

, western blot s
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3B7bp ( 2),
2.1 A(HspA) H pylori
DNA PCR . PCR 10 g/L
1 2 3 4
( 1. , PCR
250-500bp . , PCR , Loko
, 357 bp. 3 kb
1 2 3 1kb
500 bp
250 bp 357 bp
10 kb
3kb
1kb
500 bp 2 PCR . 1: DNA marker; 2: PCR product with the
250 bp 357 bp template of pET32a(+)/HspA; 3: PCR product with the template of

Topl0/pET32a(+)/HspA; 4: Negative control.

2.3 HspA T7
1 HspA PCR 1% . 1: DNA
Marker; 2: Negative control; 3: PCR products of HspA gene. ( )s
DNA , DNA

2.2 . , HspA

Topl10 , PCR PCR , 6 bp , 2

, 25 n L, 35 . PCR , G—D, A—S,

10g/L , : HspA , 98 %.
Topl0 , 1 HspA

357a 1 ATGAAGTTTCAACCATTAGGAGAAAGGGTCTTAGTAGA 38

cx 477 ATGGACAGCCCAGATCTGGGTACCATGAAGTTTCAACCATTAGGAGAAAGGGTCTTAGTAGA 544

357a 39 AAGACTTGAAGAAGAGAACAAAACCAGTTCAGGCATCATCATCCCTGATAACGCTAAAGAAAAGCCTT 106
cx 545 AAGACTTGAAGAAGAGAACAAAACCAGTTCAGGCATCATCATCCCTGATAACGCTAAAGAAAAGCCTT 612

357a 107 TAATGGGCGTAGTCAAAGCGGTTAGCCATAAAATCAGTGAGGGTTGCAAATGCGTTAAAGAAGGCGAT 174
cx 613 TAATGGGCGTAGTCAAAGCGGTTAGCCATAAAATCAGTGAGGGTTGCAAATGCGTTAAAGAAGGCGAT 680

357a 175 GTGATCGCTTTTGGCAAATACAAAGGCGCAGAAATCGTTTTAGATGGCGTTGAATACATGGTGCTAGA 242
cx 681 GTGATCGCTTTTGGCAAATACAAAGGCGCAGAAATCGTTTTAGATGGCGTTGAATACATGGTGCTAGA 748

357a 243 ACTAGAAGACATTCTAGGTATTGTGGGCTCAGGCTCTTGCTGTCATACAGGTAATCATGATCATAAAC 310
cx 749 ACTAGAAGACATTCTAGGTATTGTGGGCTCAGGCTCTTGTTGTCATACAGATAGTCATGACCATAAAC 816

357a 311 ATGCTAAAGAGCATGAAGCTTGCTGTCATGATCACAAAAAACACTAA 357
cx 817 ATGCTAAAGAGCATGAATCTTGCTGTCATGATCACAAAAAACACGGATCCTCGAGCTCCGTCGA 884

357a GenBank HspA ,CX ,
2.4 E.coli pET32a(+)/ 18.96 %. 500 mL LB( 100 mg/L)
HspA E.coliBL21 , . , , N
LB ( Ni*-NTA , SDS-
100 mg/L) 37 C Aeo=0.4-0.6 , PAGE Imagemaster totallab v1.11
1.0mmol/L  IPTG 4h, 10000 r/min, , 95 %
5 min. , 150 g/L SDS-PAGE. 2.5 western blot HspA
, IPTG , Mr 33 000 BL21/pET32a(+), BL21/ pET32a(+)/HspA
( 3. Imagemaster totallab v1.11 1 mL, ,

5 min, 150 g/L SDS-PAGE ,
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14V, 4 C , 8-12 h, (RFLP) ,
PVDF N s H pylori s s
, HRP I9gG
(1 :1000) western blot . , , . (4)PCR
BL21/ pET32a(+)/HspA H pylori HspA 119
, BL21/pET32a , M, 13000 , ,
(+) ( 4. pET32a(+), ,
6 , TrxA
1 2 3 4 5 6 7 8
. TrxA 109 ,
- , TrxA
- ,  SDS-PAGE
|- ‘ L ’
= DET32a(+) 6 Ni*-
3 BL21 150g/L SDS-PAGE NTA Ni2* ,

1, 2, 6-8: Expression of recombinant vector in BL21 after induction
of 4h with IPTG; 3: Bacterial protein expressed in BL21 after induc—
tion of 4 h with IPTG; 4: Expression of pET32a(+)in BL21; 5: Stan-
dard protein marker(Mr 14.2; 20.1; 24; 29; 36; 45; 66X103).

4 western blot
(+); 2. BL21/pET32a(+)/HspA.

. 1. BL21/pET32a

’ ’

5 %, (3538 H pylori
- HspA. B, Hsp60,
Hsp70 ,
H pylori . A,
B DNA , C57BL pcDNA3.1-
HspA 1gG2a, pcDNA3.1-HspB
19G1/1gG2a, H pylori
, H pylori . ,
, ( DNA, )
H pylori
, H pylori HspA
N . HspA
1.6 % (6/357) ,  1.6% (2/119)
; 33
(1) H pylori ; (2)H pylori
, H pylori DNA
.(3) Hpylori
H pylori

Western blotting
, BL21/ pET32a(+)/HspA

,  BL21/pET32a(+) ,
H pylori . N
, ELISA
H pylori HspA ,
:(1)
1 (2) N 9 1 (3)
b (1) ’ ! (2)
, ; (3)

BCG( mycobacterium bovis bacillus
calmette-guerin)

, .BCG
BCG(rBCG) IL-12. IFN- y. GM-CSF.
HCG-b , ,
) BCG
H pylori HspA M, 18 000 OMP ,
s , Hpylori
, H pylori
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Abstract
AIM: To investigate the resistance mechanism of Hp to
clarithromycin.

METHODS: With E-test method, we examined the minimal
inhibitory concentration (MIC) to clarithromycin of 35 Hp
clinical isolates. Resistance strains were defined when MIC =
8 mg/L. Extract the DNA from the bacteria with the phenol-
chloroform extraction method. Then amplify the fragments
from 2 047 to 2 347 of 23 S rRNA gene. Gene sequence of
the PCR products was analyzed to observe the mutation in
the resistant Hp strains.

RESULTS: Compared with susceptible strains, No13 strain
contained one point mutation (T2289C), No17 had two point
mutations (G2224A, T2289C) and No22 strain had 3 point
mutations (G2224A,C2245T,T2289C).The MICs of the 3
resistant Hp isolates were as follows: No13 of 8.0 mg/L,
Nol7 of 64 mg/L, No22 of >256 mg/L. With increase of
the resistance of Hp strains, the number of point mutations
increased.

CONCLUSION: The point-mutations at 23 S rRNA gene re-
sponsible for Hp resistance to clarithromycin have not been
reported in literature either at home or abroad, demon-
strating that different mechanism of Hp resistance to

clarithromycin exists in different regions.

Hao Q, Li Y, Gao H, Zhang XZ. Molecular mechanism of the resistance
of Helicobacter pylori to clarithromycin. Shijie Huaren Xiaohua Zazhi
2003;11(10):1485-1487

(Helicobacter pylori, Hp)

E-test 35 Hp
MIC (minimal inhibitory concentration) ,
8 mg/L . - Hp DNA,
PCR 23S rRNA 2047-2 347 ,
PCR ,
(No33) , Nol3 1
, 2289 T C (T2289C), Nol7 2
,  G2224A.T2289C, No22 3 ,
G2224A, C2245T T2289C. Hp MIC
:Nol3 8.0mg/L, Nol7 64 mg/L, No22
256mgl/L. ( MIC ),
: 3 , G2224A. C2245T
T2289C, ; Hp

2003;11(10):1485-1487
http://lwww.wjgnet.com/1009-3079/11/1485.asp

0
(Helicobacter pylori, Hp)
[1-10]’ Hp
Hp
Hp . Hp
[12-14]
Hp 23SrRNA 2143, 2144 A G
[15-18] [19, 20]_
1, E-test
Hp ,
1.1 Hp E-test 35 Hp
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MIC (minimal inhibitory

concentration) , 8 mg/L ,
3 , Nol3 (MIC 8 mg/L). Nol7 (MIC 64 mg/L)
No22(MIC 256 mg/L), 1 , No33
(MIC  0.125 mg/L); (23S rRNA 2047-2 347

) ); ANTP,
100 bp DNA Ladder Marker ( );
PCR (biometra, germany); ABI
PRISM 377-96; BigDye terminator v2.0
12 - Hp DNA. PCR

;5" -CTGCATGAATGGCGTAACGAG-3’(2 047-2 067);
;5 ~-GAGCGACCGCCCCAGTCAAAC-3’(2 347-
2 327); PCR 20m., :dd H,0133 ni;
10xPCR buffer 2.5 nL; dNTPs (2.5 mmol/L) 2.0 ni; Taq
(5KU/L) 0.2 m; (1 - 5x)1.5 m_; DNA sample 0.5 nm;
:94.0 °C 4 min, 94.0 'C 40s, 61.5°C 1 min,
72.0 'C 1 mins, 72.0 °C 7 min, 32 :

[26, 27] , Hp
, PCR ; = Hp
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Abstract

AlIM: To study the effect of oral oxymatrine on expressions
of type I, 111, IV collagen in rat liver fibrosis induced by CCl,.

METHODS: 140 male Wistar rats were randomly divided
into normal control group (n =20), CCl, group (n =30), and
oxymatrine-treated group including low-dose subgroup
(n =30), median-dose subgroup (n =30), and high-dose
subgroup (n =30). Low, median, and high-dose oxymatrine
subgroups were given 30, 60 and 100 mg/kg oxymatrine
by daily gastrogavage for 12 wk, respectively. Inflammation
and fibrosis degree of liver tissues were examined by he-
matoxylin-eosin staining. Expressions of type I, 111, IV col-
lagen were detected by immunohistochemistry, and ultra-
structural changes were observed by electron microscopy.

RESULTS: Liver histologic examination showed that the
degree of liver inflammation and fibrosis were more serious
in control group than in oxymatrine-treated groups. In
control group, the amounts of collagen type I, 111, IV de-
posits were observed, and type 11l and 1V collagen deposits
were the main constitutes of hepatic sinusoid capillarization.
But in oxymatrine-treated groups, type I, 111, IV collagen
deposits were less, hepatic sinusoid capillarization was

not obviously found. Electron microscopy showed that the
degree of hepatocyte injury was more serious in control
group than in oxymatrine-treated groups.

CONCLUSION: Oral oxymatrine might decrease expression
of type I, Il1, IV collagen in rat liver fibrosis model induced
by carbon tetrachloride, suggesting oral oxymatrine might
have anti-fibrogenic effect.

Lu LG, Zeng MD, Mao YM, Li JQ, Qiu DK, Yang WZ, Jia YT, Cao AP.
Effect of oxymatrine on expressions of type I, Ill, IV collagen in CCl,
induced liver fibrosis in rats. Shijie Huaren Xiaohua Zazhi 2003;11(10):
1488-1491
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Abstract
AIM: To study the antihepatofibrotic mechanism of tetrandrine,
rhubarb and dipyridamole.

METHODS: The experimental hepatic fibrosis was induced
by subcutaneous injection of CCl,. The three drugs were
administered to male Sprague-Dawley rats by intragastric
infusion respectively. Liver function test was performed by
enzyme kinetics and the extracellular matrix (ECM) contents
were determined by radioimmunoassay. Pathological
changes of liver tissues were detected by HE and VG staining,
meanwhile, ultra micro-structure changes were observed
by electron microscope in randomly selected samples.

RESULTS: All of the three drugs could improve the liver
function in liver fibrosis, reduce the contents of ECM and the
degree of liver fibrosis. There was no significant difference
among the three drugs.

CONCLUSION: Tetrandrine, rhubarb and dipyridamole could
protect hepatocytes, inhibit the synthesis of ECM, and
thereby could prevent the development of liver fibrosis and
cirrhosis in the experimental animal models.

Wang RT, Chen YW, Wei XG, Xu QF, Li DG. Comparative study of anti-
hepatofibrotic effect of tetrandrine, rhubarb and dipyridamole. Shijie
Huaren Xiaohua Zazhi 2003;11(10):1492-1496
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3 VG (" 100).
8
n 0 | 1 m [\ U
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10 0 1 1 3 5 -
10 0 5 2 2 1 2.32%
10 0 5 2 1 2 2.01?%
10 0 2 2 3 3 1.01
%P <0.05 vs 4 Tel VG (7100).
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Abstract

AIM: To study the liver-protection effects of Sorbaria
sorbifolia aqueous extract.

METHODS: Sorbaria sorbifolia was perfused into stomach
of the rats with liver injury induced by carbon tetrachloride
and D-galactosamine. The activities of serum aspartate
transaminase (AST), alanine transaminase (ALT), super-
oxide dismutase (SOD), glutathione perioxidase (GSH-PX),
and malondialdehyde (MDA) were investigated by using
colorimetric method.

RESULTS: The aqueous extract of Sorbaria sorbifolia sig-
nificantly reduced serum ALT and AST in acute liver-injury
induced by carbon tetrachloride and D-galactosamine, the
activities of SOD and GSH-PX were signficantly higher in
treated group than that in model group, and the MDA content
in treated group was lower than that in model group.

CONCLUSION: The aqueous extract of Sorbaria sorbifolia
has protecting effects for rats with acute hepatic injury
induced by carbon tetrachloride and D-galactosamine.

Zhang XW, Piao L, Liu C, Sun Q, Jin HL, Yin ZZ. Studies on liver-
protection of Sorbaria sorbifolia aqueous extract. Shijie Huaren Xiaohua
Zazhi 2003;11(10):1497-1499

, CCl,, D-
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CCl,, D-
ALT, AST ;
SOD,GSH-PX MDA
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. 2003;11(10):1497-1499
http://www.wjgnet.com/1009-3079/11/1497.asp
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5.0 mL/kg ,
CCly, ALT. AST , ALT. AST
ccl,24h , 13
ALT, AST , . D- )
SOD, GSH-PX MDA
1.2.2 D- Wistar 50 ) , o
5 . 10 g/kg. 5gkg ’ , pes
0.2 g/kg , N
, 5d. 4d,
0.5 g/kg D- ’ ., SOD, GSH-Px.
24h ,
ALT. AST
) SOD. GSH-PX )
MDA ) ’
Xts SPSS-10.0 '
) ) .S0D.
GSH-Px
) .S0D )
2.1 CCl, ccl, » GSH-Px :
ALT, AST s GSH ,
SOD, GSH-Px , MDA (P <0.01 - MDA
P <0.05, 1). . ,
2.2D- § , [17-35]
D- ALT. AST SOD, GSH-Px )
, SOD. GSH-Px , MDA MDA )
(P<0.01 P<0.05, 2).
1 ccl, ALT, AST, SOD, GSH-Px, MDA (X+s, n=10)
CCl4 (mL/kg) ALT (nkat/L) AST(nkat/L) SOD(nkat/L) GSH-Px(nkat/L) MDA (nmol/L)
0 1396 + 135° 2601 + 752 666 + 26° 130 + 35° 1.3 £ 0.6
5.0 12608 + 4 464 11595 + 4336 307 + 153 103 + 15 2.7 £ 0.8
5.0 5413 + 2097° 4160 + 1476% 410 + 50° 142 + 8 1.8 + 0.7%
5.0 5850 + 1994° 5221 + 1665* 525 + 125° 137 + 20° 1.3 + 1.0°
5.0 2279 + 1901° 2523 + 950° 591 + 169* 166 + 26" 15+ 0.5*
% <0.05, °P <0.01 vs Compared with model group.
2 D- ALT, AST, SOD, GSH-PX, MDA (X£s, n=10)
CCl, (mL/kg) ALT (nkat/L) AST(nkat/L) SOD(nkat/L) GSH-Px(nkat/L) MDA(nmol/L)
0 1396 + 135° 2601 + 752" 666 + 26° 130 + 35° 1.3 £ 0.6°
0.5 10881 + 3954 9238 + 3572 367 + 114 121 + 9 3.0+03
0.5 4600 + 1894° 4160 + 1476° 423 + 26° 151 + 8 14 +09°
0.5 4168 + 334° 4955 + 1416% 475 + 154° 153 + 20° 1.2 + 1.0°
0.5 2279 + 1901* 2523 + 950° 591 + 169* 166 + 26 15 + 05°

% <0.05, °P <0.01 vs Compared with model group.
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Abstract

AIM: To study the mutation in a determinant of HBV S
gene, to explore how it influenced the biologic characteristics
of S gene.

METHODS: Through site-mutation PCR, we constructed
series variant clones (T126S, M133L, T144A) of HBV S
gene “a’ determinant according to epidemiologic data.

RESULTS: After analysis of sequence and expression of
cells, sequences of mutation clone were correct and the
mutation of different positions in “a” determinant could in-
fluence antigenicity of expressed HBsAQ.

CONCLUSION: The successful construction and expression
of variant clone provide the theoretical basis for developing
new detection kit, HBV vaccine and HBIG.

Yu ZJ, Yang DL, Zhang J, Hao YH, Wang BJ, Hao LJ. Construction and
analysis of HBV S gene clones with artificial mutation sites. Shijie
Huaren Xiaohua Zazhi 2003;11(10):1500-1504

: (HBV)S (T1268,
M133L, T144A) HBV :
HBsAg , HBV
(HBIG).
, : HBV

HBsAg

, HBV

. S
. 2003;11(10):1500-1504
http://www.wjgnet.com/1009-3079/11/1500.asp

0
(hepatitis B virus, HBV)
, , HBsAg 9.75 %,
1.2 , 3 000 ,
10-20 % . HBV
HBV ’[1‘6].
-1, PCR
( PCR, gene SOEing PCR, gene
splice of overlap extending PCR), HBV S
‘a’ ,
,  T126S, M133L, T144A.
, HBV S ‘a’
(HBsAQ)
1
1.1 pcDNA3 Invitrogen , pPCR3.1/
SHBV ( HBVS ). BHK-21(
) . DNA/RNA , Pharmacia
Biotech ; PTC-200PCR , MJ Research
; , UVvP . Pfu
, EcoR I , Smal | , Xhol-1
. (CIAP), 123bp
) Gibco BRL
, Qiagen . HBsAg
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1.2 HBV S , PCDNA3
1.2.1 PCR3.1/SHBV  pcDNA; ,
ECOR 137 C 5h(  pcDNA3 , 37 C . ,
), , CIAP 5’ _ 2m, ZL ZL ,
» PCDNA3 EcoR| : PCR3.1/SHBV : .PCR
Gene SOEing PCR . Gene SOEing , , ECORI XHOL
PCR  ( JHBV S
, ZL. ZR  pcDNA3 SP6R: ’
ZL: (57 HBV 157, 5’ - GCGCTGAACATGGAG ’ ( 22)
AACATCAC-3’, ZR: (5’ HBV 860, 5° - CCA
TCTTTTTGTTTTGTTAAGG-3"; SP6R, L4 BhK 5 0 ’% .
pCDNA3 SP6 1 SP6R: 5° -AGCAT ’
TTAAGTGACACTATAQAATAAG-3’. HBV'S DMEM » 3T 5% CO,
126, 133, 144 126 50-80%. QIAGENE
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S ZL 133R 133 S 2
ZL  144R 144 S 2.1S 1 PCR ( A);
( 1A).126L SP6R 126 S S 1 PCR ( B):
;133L  SP6R 133 S . 2 PCR ( 0.
144L  SP6R 144 S ( 2.2 S
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T126S, M133L, D144A S M133Laa D144Aaa 126, 133 144
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0 10 20 30 40 50
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T126Saa
M133Laa
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M133Laa
D144Aaa

Wshbvaa
T126Saa
M133Laa
D144Aaa
Wshbvaa WFVG
T126Saa ... G
M133Laa ... G

D144Aaa ... G
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Abstract
AIM: To study the effect of hepatic NF-kB on ICAM-1 ex-
pression in rats with acute pancreatitis.

METHODS: Seventy-two Wistar rats were randomly di-
vided into three groups: acute pancreatitis group (AP),
acute pancreatitis treated with pyrrolidine dithiocarbamate
(PDTC) group (APP) and sham operation group (SO). Hepatic
NF-kB activities were determined with EMSA. The expression
of hepatic ICAM-1 was detected with immunohistochemistry.
Hepatic myeloperoxidase (MPO) and serum alanine ami-
notransferase (ALT) were measured.

RESULTS: Activities of NF-kB were significantly higher in
AP and APP groups than that in SO group from 3 to 6
hours. The expressions of ICAM-1 were stronger in AP
and APP groups than in SO group. The levels of hepatic
MPO and serum ALT were also significantly higher in these
two groups than in SO group. However, compared with
AP group, the activities of NF-kB, the expression of ICAM-1
and the level of hepatic MPO and ALT significantly decreased
in APP group.

CONCLUSION: Activation of hepatic NF-kB is involved in
the liver injury by regulating ICAM-1 expression during
pancreatitis.

Shi L, Tian FZ, Huang DR, Li X, Zhao B, Gu DY, Tang XD, Wang Y.
Effect of hepatic NF-kB on ICAM-1 expression in rats with acute
pancreatitis. Shijie Huaren Xiaohua Zazhi 2003;11(10):1505-1507
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Abstract

AIM: To detect the effect of sodium butyrate on the expres-
sion of cathepsins D(Cath-D) in HT-29 colon carcinoma cell.

METHODS: MTT assay, light microscopy and immunocy-
tochemistry were used to observe the growth, apoptosis
and expression of Cath-D in HT-29 cell line after treated
by sodium butyrate

RESULTS: Sodium butyrate inhibited the growth of HT-29
cell lines, induced apoptosis and increased the expression
of Cath-D in HT-29 cell line.

CONCLUSION: Sodium butyrate can affect the expressoon
of Cath-D and may play an important role in apoptosis of
HT-29 cell line.

Li X, Luo HS, Li F. Effect of sodium butyrate on the expression of
cathepsins D. Shijie Huaren Xiaohua Zazhi 2003;11(10):1508-1510
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Abstract

AIM: To study the anatomic site distribution and patho-
logic characteristics of colorectal cancer (CRC) in young
Chinese.

METHODS: A retrospective study was undertaken. Data
were collected from 1 370 patients in Nan Fang Hospital
from 1974 to 1999, including 309 patients younger than
40 years and 1 061 patients older than 40 years. The median
age was 54 years. All patients with colorectal adenocarci-
nomas were diagnosed by histology and underwent surgery.

RESULTS: Overall, 22.3 % (309/1 370) of CRC patients
were young people. The proportion of males in the young
group was 57.0 % vs 58.3 % in the aged group (P >0.05,
¢2=0.16). 24.1 % of young group vs 25.1 % of aged group
had lesions in the proximal colon and 72.4 % vs 71.2 %
had cancers located in distal colorectum (P >0.05, c?= 0.42).
Adenocarcinoma was the most common histologic type in
both groups. 71.5 % of young group vs 83.4 % of aged
group was adenocarcinoma (P <0.01, ¢>=18.09), 17.4 % vs
12.0 % was mucinous adenocarcinoma (P <0.05, ¢?=4.70)
and 5.5 % vs 1.1 % was signet-ring cell carcinoma (P <0.01,
€2=30.20). 18.2 % of young group vs 24.9 % of aged group
was early stage (Duke’s stage A) and 81.9 % vs 75.1 %
was advanced stage (Duke’s stage B, C, D) (P <0.05, ¢>=5.13).
20.9 % of young group vs 11.1 % of aged group was poor
differentiation (P <0.01, c2=14.75) and 59.5 % vs 34.3 %
had lymphatic metastasis (P <0.01, c?=53.25).

CONCLUSION: CRC of young people has no significant dif-
ference from middle-aged and old people in either gender
distribution or anatomic site distribution, but the former

has some clinical pathologic characteristics that are different
from the latter. CRC in young people has relatively worse
prognosis. The therapeutic effects depend on paying attention
to these clinical pathologic characteristics and early diagnosis
and early treatment.

Xie ZY, Qing SH. Anatomic site distribution and clinic pathologic char-
acteristics of colorectal cancer in young Chinese. Shijie Huaren Xiachua
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Abstract

AIM: To construct the vector that harbors self-restricted sys-
tem for clearing hepatitis B virus, eliminating infected hepatic
cells and inhibiting hepatitis B recurrence in gene therapy.

METHODS: After amplifying hepatitis C virus (HCV) internal
ribosome entry sites (IRES) by reverse-transcription PCR
(RT-PCR), the products were cloned into pcDNA3. A
biscistronic vector was obtained. A part of sequence in
HBV anti-surface gene and part of sequence in HCV core
gene were cloned into the vector before IRES site in turn
and thymidine kinase (TK) was also cloned into it following
the IRES site. After determination by PCR and sequencing,
we acquired the vector containing HBV anti-S, HCV-C gene,
HCV IRES and thymidine kinase gene, which was named
the vector pcDNA3-SCITK. The vectors were separately
transfected into HepG2 cells and 2.2.15 cells and all the
media contained ganciclovir.

RESULTS: The novel vector was transfected into 2.2.15
and hepG2 cells, the expressed protein could destroy the
former, but had no effect on HepG2 cells if all the media
contained ganciclovir. Apoptosis cells in the former ac-
counted for 15 per cent of all cells by fluorescence (FACS)
detection. There was obvious difference between the two
types of cells (the later was only 6 per cent).

CONCLUSION: The function of genes that pcDNA3-SCITK

carried with self-restricted system could be ego-controlled,
and it might be used as gene therapy vector for HBV clear-
ance if taking HBV S gene as target gene and TK gene as
objective gene.

Kan QC, Yu ZJ, Lei YC, Yang DL, Hao LJ. Construction of the vector that
harbors self-restricted system for hepatitis B virus clearance in gene
therapy. Shijie Huaren Xiaohua Zazhi 2003;11(10):1515-1519
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Abstract

AIM: To study the function of hepatitis C virus(HCV) internal
ribosome entry site (IRES), and to construct biscistronic
vector.

METHODS: After amplifying HCV IRES by reverse-transcrip-
tion PCR (RT-PCR), the products were cloned into pcDNA3-S
upstream hepatitis B virus (HBV) surface gene. HBV core
gene was cloned following HCV IRES. After determination
by PCR and sequencing, we acquired plasmids containing
HBV S, C gene and HCV IRES, which were named as plasmids
pcDNA3-SIC. PcDNA3-SIC were transfected into HepG2
cells and detected by immunofluorescence assay and
Western blot.

RESULTS: HBV surface gene and core gene were both ex-
pressed in hepG2 cells, which were detected by immunof-
luorescence assay and confirmed by Western blot.

CONCLUSION: The 17 nt of 5” nontranslated RNA in HCV
IRES had no effect on driving downstream gene expression
itself and could be used in the biscistronic vector that drove
two genes expression.

Kan QC, Yu ZJ, Lei YC, Yang DL, Hao LJ. Artificially constructed
biscistronic vector containing hepatitis C virus internal ribosome entry
site. Shijie Huaren Xiaohua Zazhi 2003;11(10):1520-1523
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Abstract
AIM: To investigate the effects of the expression of Thl/
Th2 cytokines in intestinal mucosa with ulcerative colitis.

METHODS: Thirty patients (24 males, 6 females, age 18-79
years) with severe ulcerative colitis (UC) were examined
by colonoscope, the diagnosis was confirmed by histological
method. Bacterial infection was excluded through consecutive
stool cultures twice. And ameba, schistosomiasis, gastroen-
terological cancer and endocrine diseases were also excluded.
Ulcerative colitis was found in omni-colon (n =15) , sigmoid
(n =9), rectum (n =6), respectively. Its clinical categories
included relapse (n =20), persistent (n =7) and initial (n =3).
They were treated by Sulphasalazine (SASP) and gluco-
corticoid after histological diagnosis. Eight weeks later, they
were re-examined by colonoscope. The expression of
cytokines in the intestinal mucosa of UC patients were
detected by a semi-quantitative assay, reverse transcription-
polymerase chain reaction(RT-PCR) before and after treatment
respectively.

RESULTS: Comparison with control groups, the expression
of TNF-a, IL-2 was increased but IL-4 was decreased in
the intestinal mucosa in acute stage. Sulphasalazine (SASP)
and glucocorticoid inhibited inflammation by reducing the
expression of TNF-a from 1.22+0.02 to 0.78+0.08 (P <0.01)

and of IL-2 from 0.82+0.06 to 0.47+0.04 (P <0.01), and
elevate the expression of IL-10 from 0.68+0.03 to 0.91+0.02
(P <0.01).

CONCLUSION: There is an imbalance of Thl and Th2 phe-
notype cytokine in patients with ulcerative colitis.

Cui HH, Chen CL, Yang YJ, Zhang ZJ, Zhang YD, Cui YS. Expression of
Th1/Th2 cytokines in intestinal mucosa of ulcerative colitis. Shijie Huaren
Xiaohua Zazhi 2003;11(10):1524-1527

: Thi
TNF-a. IL-2, Th2 IL-4. IL-
10
: 30 , 24 6
, 18-59( 45 + 13)
. 2
. 15 9 ,
6 ; 20 , 7
3 . 30mg ,
500mg2 /d. 8 wk .
20 , 14 6 , 22-61 ( 43 = 12)
s . RT-PCR
TNF-a ( 1.22 +0.02, 0.78 + 0.08,
P <0.01). IL-2 ( 0.82 + 0.06, 0.47 + 0.04,
P <0.01) ; IL-10 ( 0.68 = 0.03,
0.91 = 0.02, P <0.01)
: Thl ,
Thl Th2
Thl/Tr;Z rr;—RNA ' 2003;11(10):
1524-1527

http://lwww.wjgnet.com/1009-3079/11/1524.asp



Th1/Th2 m-RNA 1525
N N N 2
(=61, uc IL-2. TNF-a ( 1-2)
uc , IL-4 3
) , IL-10
N 40 2).
uc 2
IL level (%) Normal Active UC Inactive UC
1 IL-2 022 +005 082+ 006 047 + 0.04*
1.1 uc 30 , TNF-a 0.42 + 0.04 122 + 0.02*  0.78 = 0.08™
Y 6 IL-4 1.04 £ 009 049 + 0.02°  0.55 = 0.06
’ ’ IL-10 059 + 0.06  0.68 + 0.03 091 = 0.02°
18-79 (45%13) , 45 , 15 , 9
. 6 ) ", % <0.01, °P <0.01vs P <0.01 vs
30 mg , 500 mg2 /d. 8 wk
. , 14
6 . 22-61( 43+12) 50 mg
1.2 RT-PCR TNF-a. IL-2, IL-4,
IL-10 . TNF-a . IL-2, IL-4, IL-10
[8] GeneBank ,
(1 RNA 1 1L-10
. RNA 1 g/L DEPC ,
RNA . A260/A280 1.8-2.0,
lg/L. 20mL RNA1n,
RNA  0.1-1.0 ng, Oligo (dT) 18 (0.2 g/L) 4 L,
DEPC 155nL. 70°C
5 min. , . (107
2nk, 4 dNTP mix (10 mmol/L each) 1 nL., RNA
(40 ku/L) 0.5 nL, M-MuLV (200 ku/L)
1m, 38°C 60 min, .70 C 2 IL-2
10 min, . 10 L
PCR . PCR 94 °C 45s, 56 'C 45s, 72 C
1 min, 30 , 72 C 6 min,
G3PDH .PCR 5m.  20g¢g/L
1
(bp)
G3PDH S ACCACAGTCCATGCCATCAC 452 2 3 IL-4
A TCCACCACCCTGTTGCTGTA
TNF-a S ATGAGCACTGAAAGCATGATCCGG 695 D
A GCAATGATCCCAAAGTAGACCTGCCC
IL-2 S CATTGCACTAAGTCTTGCACTTGTCA 305 D
A CGTTGATATTGCTGATTAAGTCCCTG
IL-4 S CGGCAACTTTGACCACGGACACAAGTGCGATA 344 D
A ACGTACTCTGGTTGGCTTCCTTCACAGGACAG
11-10 S AAGCTGAGAACCAAGACCCAGACATCAAGGCG 328 D
A AGCTATCCCAGAGCCCCAGATCCGATTTTGG

4 TNF-a L1 ;2 ;3



1526 ISSN 1009-3079 CN 14-1260/R

2003 10 15 11 10

uc [9, 10] i

[11,12]

, :IL-1b, TNF-a, IL-
2, IFN-a . , UC

[13-16]

( : TNF-a, IL-1b, IL-6, IL-8, IL-12 )
( :IL-10, IL-4, IL-5 ) . uc  Thi
Th2 , . Sawa et al "
RT-PCR ucC
MRNA s Thl Th2 IL-1b,
IL-5, IL-8, IL-10, IL-12p40, IFN- y and
mMRNA s
ucC
Lakatos et al ™ uc Th2
. Hata et al ™! HLA-27 SP
ucC . 8wk RT-PCR
:Thl IFN-g, IL-2
IL-10, IL-4 . Sunetal

IL-4,
TNF- o

Th2

Thl

. TNF-a

uc . 1L-2
IL-2

IL-1 T s
LIL-2 T B
s .IL-2
Thl
Garrelds etal @ |L-2 uc ,
24 wk , IL-2
IL-1b T
ucC . IL-6 IL-10
, CD8+
TNF-a, IL-2

’ TNF-a, IL-2mRNA [24-26]
IL-4
’ .IL-4
E2 IL-8 L IL-4 IL-1a
) IL-1a/lL-1b ) e
IL-4 , IL-4mRNA
[27-30]_ . uc L4
, IL-4 UC ,
’ IL-4 .IL-10
. 1L-10

B, IL-10
, IL-10

Th2

10

11

12

13

14

15

16

IL-10 uc IL-10
uc 4
7UC )
uc

132, 33]

.Thl Th2
ucC )

Scholmerich J. Inflammatory bowel disease. Endoscopy 2003;
35:164-170

Seksik P, Rigottier-Gois L, Gramet G, Sutren M, Pochart P,
Marteau P, Jian R, Dore J. Alterations of the dominant faecal
bacterial groups in patients with Crohn’s disease of the colon.
Gut 2003;52:237-242

Schwab M, Schaeffeler E, Marx C, Fromm MF, Kaskas B, Metzler
J, Stange E, Herfarth H, Schoelmerich J, Gregor M, Walker S,
Cascorbi I, Roots I, Brinkmann U, Zanger UM, Eichelbaum M.
Association between the C3435T MDR1 gene polymorphism
and susceptibility for ulcerative colitis. Gastroenterology 2003;
124:26-33

Su C, Lichtenstein GR. Recent developments in inflammatory
bowel disease. Med Clin North Am 2002;86:1497-1523
Williams JP, Meyers JA. Immune-mediated inflammatory dis-
orders (1.M.1.D.s): the economic and clinical costs. Am J Manag
Care 2002;8:5664-681

Karban A, Eliakim R, Brant SR. Genetics of inflammatory
bowel disease. Isr Med Assoc J 2002;4:798-802

Jiang XL, Quan QZ, Wang ZK. Diagnosis, typing and effect
criteria of ulcerative colitis. Shijie Huaren Xiachua Zazhi 2000;
8:332-334

Sun KH, Yu CL, Tang SJ, Sun GH. Monoclonal anti-double-
stranded DNA autoantibody stimulates the expression and
release of IL-1beta, IL-6, IL-8, IL-10 and TNF-alpha from
normal human mononuclear cells involving in the lupus
pathogenesis. Immunology 2000;99:352-360

Kleessen B, Kroesen AJ, Buhr HJ, Blaut M. Mucosal and invad-
ing bacteria in patients with inflammatory bowel disease com-
pared with controls. Scand J Gastroenterol 2002;37:1034- 1041
MacDonald TT, Pettersson S. Bacterial regulation of intestinal
immune responses. Inflamm Bowel Dis 2000;6:116-122
Stevceva L. Cytokines and their antagonists as therapeutic
agents. Curr Med Chem 2002;9:2201-2207

Ardizzone S, Porro GB. Inflammatory bowel disease: new
insights into pathogenesis and treatment. J Intern Med 2002;
252:475-496

Tsukada Y, Nakamura T, limura M, lizuka BE, Hayashi N.
Cytokine profile in colonic mucosa of ulcerative colitis corre-
lates with disease activity and response to granulocytapheresis.
Am J Gastroenterol 2002;97:2820-2828

Rutgeerts P, Geboes K. Understanding inflammatory bowel dis-
ease-the clinician’s perspective. Eur J Surg Suppl 2001;586:66-72
Ikeda Y, Akbar SM, Matsui H, Onji M. Antigen-presenting
dendritic cells in ulcerative colitis. J Gastroenterol 2002;37
(Suppl 14):53-55

Bamias G, Marini M, Moskaluk CA, Odashima M, Ross WG,
Rivera-Nieves J, Cominelli F. Down-regulation of intestinal
lymphocyte activation and Th1l cytokine production by anti-
biotic therapy in a murine model of Crohn’s disease. J Immunol
2002;169:5308-5314



yoo Th1l/Th2

m-RNA

1527

17

18

19

20

21

22

23

24

25

Sawa Y, Oshitani N, Adachi K, Higuchi K, Matsumoto T,
Arakawa T. Comprehensive analysis of intestinal cytokine
messenger RNA profile by real-time quantitative polymerase
chain reaction in patients with inflammatory bowel disease.
Int J Mol Med 2003;11:175-179

Lakatos L. Immunology of inflammatory bowel diseases. Acta
Physiol Hung 2000;87:355-372

Hata K, Andoh A, Sato H, Araki Y, Tanaka M, Tsujikawa T,
Fujiyama Y, Bamba T. Sequential changes in luminal microf-
lora and mucosal cytokine expression during developing of
colitis in HLA-B27/beta2-microglobulin transgenic rats. Scand
J Gastroenterol 2001;36:1185-1192

Sun FF, Lai PS, Yue G, Yin K, Nagele RG, Tong DM, Krzesicki
RF, Chin JE, Wong PY. Pattern of cytokine and adhesion mol-
ecule mRNA in hapten- induced relapsing colon inflamma-
tion in the rat. Inflammation 2001;25:33-45

Sandborn WJ. Strategies for targeting tumour necrosis factor
in IBD. Best Pract Res Clin Gastroenterol 2003;17:105-117

Su C, Salzberg BA, Lewis JD, Deren JJ, Kornbluth A, Katzka
DA, Stein RB, Adler DR, Lichtenstein GR. Efficacy of anti-
tumor necrosis factor therapy in patients with ulcerative colitis.
Am J Gastroenterol 2002;97:2577-2584

Garrelds IM, Heiligers JP, Van Meeteren ME, Duncker DJ,
Saxena PR, Meijssen MA, Zijlstra Fl.Interleukin-2-Deficient
mice: effect on cytokines and inflammatory cells in chronic
colonic disease. Dig Dis Sci 2002;47:503-510

Hasko G, Szabo C, Nemeth ZH, Deitch EA. Sulphasalazine
inhibits macrophage activation: inhibitory effects on inducible
nitric oxide synthase expression, interleukin-12 production and
major histocompatibility complex Il expression. Immunology
2001;103:473-478

Oshima T, Pavlick K, Grisham MB, Jordan P, Manas K, Joh T,
Itoh M, Alexander JS. Glucocorticoids and IL-10, but not 6-
MP, 5-ASA or sulfasalazine block endothelial expression of

26

27

28

29

30

31

32

33

34

MAdCAM-1: implications for inflammatory bowel disease
therapy. Aliment Pharmacol Ther 2001;15:1211-1218

Vohra P. Inflammatory bowel disease. Indian J Pediatr 2000;
67:747-756

Klein W, Tromm A, Griga T, Fricke H, Folwaczny C, Hocke M,
Eitner K, Marx M, Duerig N, Epplen JT. Interleukin-4 and
interleukin-4 receptor gene polymorphisms in inflammatory
bowel diseases. Genes Immun 2001;2:287-289

Bisping G, Lugering N, Lutke-Brintrup S, Pauels HG,
Schurmann G, Domschke W, Kucharzik T. Patients with in-
flammatory bowel disease (IBD) reveal increased induction
capacity of intracellular interferon-gamma (IFN-gamma) in
peripheral CD8+ lymphocytes co-cultured with intestinal
epithelial cells. Clin Exp Immunol 2001;123:15-22

Rogy MA, Beinhauer BG, Reinisch W, Huang L, Pokieser P.
Transfer of interleukin-4 and interleukin-10 in patients with
severe inflammatory bowel disease of the rectum. Hum Gene
Ther 2000;11:1731-1741

Schmit A, Van Gossum A, Carol M, Houben JJ, Mascart F.
Diversion of intestinal flow decreases the numbers of
interleukin 4 secreting and interferon gamma secreting T lym-
phocytes in small bowel mucosa. Gut 2000;46:40-45
Madsen KL. Inflammatory bowel disease: lessons from the
IL-10 gene-deficient mouse. Clin Invest Med 2001;24:250-257
Ishizuka K, Sugimura K, Homma T, Matsuzawa J, Mochizuki
T, Kobayashi M, Suzuki K, Otsuka K, Tashiro K, Yamaguchi
O, Asakura H. Influence of interleukin-10 on the interleukin-1
receptor antagonist/interleukin-1 beta ratio in the colonic mu-
cosa of ulcerative colitis. Digestion 2001;63(Suppl 1):22-27
Bristol 1J, Farmer MA, Cong Y, Zheng XX, Strom TB, Elson CO,
Sundberg JP, Leiter EH. Heritable susceptibility for colitis in mice
induced by IL-10 deficiency. Inflamm Bowel Dis 2000;6:290-302
Kanauchi O, Mitsuyama K, Araki Y, Andoh A. Anti-TNF
therapy for crohn’s disease. Curr Pharm Des 2003;9:289-294



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

World Chin J Digestol 2003 October;11(10):1528-1530
ISSN 1009-3079 CN 14-1260/R
2003

. CLINICAL RESEARCH

26

400037
,1966-04-13
, 400037,

. 023-68755604

1 2002-10-08 1 2002-10-21

Self-expandable metal stents for dys-
phagia in 26 patients with advanced
esophageal cancer

Peng-Bin Zhang, Xiao-Yan Zhao,Yi-Hui Li, Si-Ping Da

Peng-Bin Zhang, Xiao-Yan Zhao, Yi-Hui Li, Si-Ping Da, Department of
Gastroenterology, Xingiao Hospital, Third Military Medical University,
Chongging 400037, China

Correspondence to: Peng-Bin Zhang, Department of Gastroenterology,
Xingiao Hospital, Third Military Medical University, Chongging 400037, China.
Received: 2002-10-08 Accepted: 2002-10-21

Abstract

AlIM: To evaluate the therapeutic effect of self-expandable
metal stents for dysphagia in 26 patients with advanced
esophageal cancer.

METHODS: Twenty-six patients with inoperable esophageal
cancer had dysphagia and were treated with self-expandable
stents. After esophageal dilation, a covered self-expandable
metal stent was inserted and released on the site of stenosis.

RESULTS: The stent was placed successfully in all of the
26 patients. Immediate relief of dysphagia was observed,
the dysphagia score decreased from 3.08 to 1.38 (P <0.01).
The main complications of this procedure were chest pain,
gastroesophageal reflux and obstruction of the stent.

CONCLUSION: Self-expandable mental stent is a safe and
effective method to palliate the dysphagia in inoperable
esophageal cancer.

Zhang PB, Zhao XY, Li YH, Da SP. Self-expandable metal stents for
dysphagia in 26 patients with advanced esophageal cancer. Shijie
Huaren Xiaohua Zazhi 2003;11(10):1528-1530
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Abstract

AIM: To study the expression of matrix metalloproteinase
CDV9, matrix metalloproteinase-2 (MMP-2) in gastric cancer
and the corresponding adjacent normal tissues, to investigate
the possible mechanism of tumor invasion and metastasis
in gastric cancer.

METHODS: Tumor tissues and adjacent normal tissues in
40 cases of gastric cancer were detected by using reverse
transcriptase-polymerase chain reaction (RT-PCR) for the
expression of CD4Vv9, MMP-2.

RESULTS: The expression of CD4v9,MMP-2 in tumor tissues
were higher than that in adjacent normal tissues,respectively
(c?=12.929, c?=10.769, P < 0.001).The expression was
related to tumor size, degree of differentiation, clinical
staging.The expression of CD,4v9, MMP-2 mRNA in 17 gastric
cancers with lymph node metastasis were higher than that
in gastric cancer without lymph node metastasis (P <0.05).
The expression of CD4Vv9, MMP-2 correlated highly with
gastric cancer (r =0.6, P <0.001).

CONCLUSION: CD,Vv9,MMP-2 were related to tumor invasion
and metastasis in gastric cancer, and could be used as
important indexes to predict invasion and metastasis of
gastric cancer.

Zhang CP, Tian ZB, Zhao QX, Wu J, Liang YX. Relation between
CD44v9, MMP-2 and tumor invasion and metastasis in gastric cancer.
Shijie Huaren Xiaohua Zazhi 2003;11(10):1531-1534
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Abstract

AIM: To evaluate the therapeutic effect of oxaliplatin on
human gastric carcinoma and to explore the mechanisms.

METHODS: 22 cases of stage IV gastric carcinoma pa-
tients received 4-6 (mean 4.6) cycles of first line combined
chemotherapy with oxaliplatin (oxaliplatin 85 mg/m?, ivgtt,
1 h, d 1; leukovorin 200 mg/m?, iv, gtt, 1 h, d 1-5; 5-FU
300 mg/m2,iv, d 1-2; 5-FU, continuously iv, gtt, 48 h; 1
cycle/2w). Response rate, progression-free survival (PFS),
total survival time, toxic side effects were evaluated. The
inhibitory effect of oxaliplatin on human gastric cell line
SGC-7901 was calculated by MTT and ICs, was measured.
Flow cytometry and TUNEL were applied to evaluate the
apoptosis of cell line induced by the drug. The expression
of caspase-3 mRNA was detected by RT-PCR.

RESULTS: Total response (complete and partial) occurred
in 9 (40.9 %) patients. Mean PFS was 4.2 months and
mean total survival time was 7.2 months. Cumulative neu-
rotoxicity (all grade I - II), vomiting and diarrhea,
myelosuppression appeared in 93.5 %, 20 %, 32.9 % of
the patients, respectively. Apoptosis index was elevated
after incubating with 1 mmol/L oxaliplatin for 30 min, but
without statistic significance (P >0.05), but was much
higher both by flowcytometry and TUNEL with statistical
significance (P <0.05) after incubating with 1 mmol/L
oxaliplatin for 2 days. Caspase-3 mMRNA expression was
elevated in oxaliplatin treated cells and correlated with
apoptosis induced by the drug.

CONCLUSION: Oxaliplatin is effective and well-tolerated
on human advanced gastric carcinoma. Oxaliplatin could
significantly inhibit the growth of human gastric cell line
SGC-7901, inducing caspase-3 mRNA expression and cell
apoptosis

Lin WL, Li DG, Chen Q, Lu HM, Ma XM, Sun PL. Clinical efficacy and
mechanism of oxaliplatin in treating human gastric carcinoma. Shijie
Huaren Xiaohua Zazhi 2003;11(10):1535-1539
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Abstract

AIM: To establish a polymerase chain reaction (PCR)
method to detect 2 SENV subtypes (SENV-D and SENV-H)
in sera from patients with hepatitis and healthy adults.

METHODS: The outer primers were designed based on
the data of SENV D and H subtypes from geneBank, while
sequences of the inner pair of primers were obtained from
newly published medical literature, both of which were
used to establish a nested-PCR. SENV-D and H in sera
from 192 healthy adults and 48 patients with acute hepatitis
A, 176 with chronic hepatitis B, 98 with chronic hepatitis
C, and 38 with non A-E hepatitis were detected by this
method.

RESULTS: The specificity and sensitivity of the nested-PCR
test were perfect. The prevalence of SENV-D and/or SENV-H
(SENV-D/H) infections in healthy adults and patients with
acute hepatitis A, chronic hepatitis B, chronic hepatitis C
and non A-E hepatitis were 30.7 %, 37.5 %, 64.8 %, 57.1 %
and 44.7 %, respectively. SENV D/H infection were more
frequent in patients with chronic hepatitis B and chronic
hepatitis C than in healthy adults (P <0.001), but showed
no significant difference between patients with non A-E
and healthy adults (P >0.05).

CONCLUSION: This nested PCR can be used to detect SEN
virus. SENV infections do occur in Shenzhen. SENV may
share similar modes of transmission to that of HBV and
HCV, but whether it plays a causal role in non A-E hepatitis
remains to be elucidated.

Tang W, Peng XM, Zhang Y, Wang H, Jiang XL, Zhou BP. Establishment
and application of polymerase chain reaction for detecting D and H sub-
types of SEN virus. Shijie Huaren Xiaohua Zazhi 2003;11(10):1540-1543

: SEN  (SENV)D H
(PCR)

GeneBank SENV , SENV
I ;
SENV D H ,
SENV D H PCR , 192
. 48 . 176
. 98 38 -
PCR DNA
: PCR .SENVD /
H N N N

- 30.7 %, 37.5 %,
64.8%. 57.1% 447%.SENVD [/ H

(P<0.001).
, (P>0.05).
PCR SENV
N SENV . SENV
HBVY HCV ,
: C , . SEN D
H . 2003;11(10):1540-1543

http://lwww.wjgnet.com/1009-3079/11/1540.asp

10 % . 20%
30 % ,
031 HGV/IGBV-CH  TTVE

)



SEN D H 1541
=91 SEN (SEN virus, SENV) 0.5 mmol/L 1.5 mmol/L MgCL,. 94 °C 3min
Primietal ™ 1999 1 , 94 C 45s , 55°C 30s , 72°C
HIV-1 , TTV 45 s , 35 , 72 °C 7 min.
, TTV  (TTV prototype) 55 %, 2 , , 2
37 %™, SENV TV PCR. 10 ,
(super family of TTV-related viruses), DNA Marker , : 2
DNA , 8 PCR s 2 05 mL s
[12,13] " T
SENVD  H - ’ DH;.. :
[14]. , [10] N 5 PCR N
SENVD  H , CDNAL L MIB(47)
PCR , SENV , PE BigDye Terminator Reaction Kit
V2.0 , ABI Prism 3100 Genetic
Analyzer . 1
. 15
11 192 1999-08 3 PCR
) 48 176 . PCR 192
9 - 38 2000-09/ 48 . 176
2001-12 , 2001 9% - 38
_pMD 18 T . DL 2000 DNA Marker (3 PCR no
TakaRa ( ) , dNTPs DHs . (3 PCR )2
Promega "PCR QiaGen 5 SENVD 5 SENVH PCR
, Omega , DNA ,
BigDye Terminator Reaction Kit V 2.0  ABI ¢
Prisms 3100
ICycler DNA Bio-Rad 2
1.2 GeneBank SENV , Primer SENVD H » SENV
SENVD H SENV1
SENV2, 588 bp. SENV1 (sense
primer, ) 15’ ~CCSAAACTRTTTGAAGAC- 100 bp
3’, SENV2(antisense primer, ) : 5 - 250 bp_|
TRTTTGAGTACCAGCCT-3’; [10] SENV- 500 b
D H SENV-D P
(D10S) :5° -GTAACTTTGCGGTCAACTG
CC-3’; SENV-H (C5S) .5 -GGTG DNAMarker 1 2 3 4
CCCCTWGTYAGTTGGCGGTT-3’; SENV-D H
(L2AS) ‘5’ _CCTCGGTTKSAAAK 1 SENV DNA PCR .1:D (224 bp); 2: H
, (230 bp); 3: D 24 PCR 14 H
GTYTGATAGT-3". SENV-D 224 bp. 25 PCR
SENV-H 230 bp.
1 SENVD GeneBank (%)
50 nL 120 m.,
61.8°C 30 min, 150 m SZ-6  AB059352 AX025730 ABO75263 AY072045
50 nL 10 000 r/min 10 min, 160 ni, AY072045 88.9 823 843 209 .
_ 250 -rrL =30 C 30 min AB075263 88.4 82.8 85.4 ok
15 0010 r/min x 10 min , i m_ 700 mL/L AXO25730 - 98.0 -
’ ’ ’ AB059352 80.3 wxx
PCR .1 PCR DNA 5nL.
SZ-6 ok

dNTP 200 mmol/L, Taq DNA 2U .




1542

ISSN 1009-3079 CN 14-1260/R

200

3

10

15

11

10

SZ6

ax@BD

SZ6

XD

SZ6

ax@BD

SZ6

XD

SZ6

ax@BD

2 SENV-D

Sz4

sza
1530

axBB

Sz4

Sz4
ay153®

ax(@58

3 SENV-H

SENV D
DNA

:SENV D

(14/15).

-

00"

00"

>>=Z

4 =440

1o

0o

[oNol

> >
[eNe)

LB

— -

140

10

-4 -0

oo0o0-
> > >

a-

>>>00

>>>>0

44 >>0
® 6"
[oNo Nl

>1L5 ]

(e}
OO>»>0

4 -

>> 0
> -
>>0>»-

>

>>>>0

m

6>

DNA

GeneBank

Q>

DNA

o000

>> >

[e]

-
o000 -

110

o>

ool

OO0
— -

4

000"

>>»—44H0
[oNo

1®

DNA

( 1).30
H DNAPCR

OO

GeneBank

GeneBank

2,3.

, 1
3

100 % (15/15),

25

DNA

93.3 %

>> >
® O

>>>"
[eNeNe)

3. SENV

39.3%

62.9 %.
18.2-44.9 %.
D H

10

SENV D

>
-
-

SENV D
478 %. D

38.6 %.

H

D H

PCR

100 %.

o
=

H

H



. SEN D H

1543

2 SENVH GeneBank (%)

SZ-41 AB059353 AX025838 AB075283 AY153769
AY153769 95.0 80.7 84.0 93.9 Hxx
ABQ75283 90.1 85.6 89.0 il
AX025838 80.1 95.0 il
AB059353 77.3 il
SZ-41 il

3 SENV-D H

SENVD SENVH SENVD & H

n (%) n (%) n (%)
192 13 68 11 57 35 182 307
48 4 8.3 4 83 10 208 375
176 19 108 16 9.1 449  64.8°
98 9 9.2 12 122 3% 367 57.1°
- 38 6 158 4 105 7 184 447

PP <0.01, vs
10 SENVD H PCR
100 %.

[16-20]

SEN ,
Primi
s Diasorin
SENVD H ,
PCR ,
DNA ,
PCR .
SENV-D/H
10 %",
15 %M, ,
SENV-D/H 30.7 %.
, PCR
SENV )

2 % [10, 14]

SENVD ( )H 64.8 %
30.7% (P <0.001),
HBV HCV e,
44.5 %
(P >0.05),

57.1 %,
SENV

37.5 %,

SENVD H -

’

D H )
[16]
SENV ,
DNA

10

11

12

13

14

15

16

17

18

19

20

, SENV

Alter HJ, Bradley DW. Non-A, non-B hepatitis unrelated to the
hepatitis C virus (non-ABC). Semin Liver Dis 1995;15:110-120
Alter MJ, Margolis HS, Krawczynski K, Judson FN, Mares A,
Alexander WJ, Hu PY, Miller JK, Gerber MA, Sampliner RE.
The natural history of community-acquired hepatitis C in the
United States. The sentinel counties chronic non-A, non-B hepa-
titis study team. N Engl J Med 1992;327:1899-1905

Kodali VP, Gordon SC, Silverman AL, McCray DG. Crypto-
genic liver disease in the United States: further evidence for
non-A, non-B, and non-C hepatitis. Am J Gastroenterol 1994;
89:1836-1839

Linnen J, Wages J Jr, Zhang-Keck ZY, Fry KE, Krawczynski
KZ, Alter H, Koonin E, Gallagher M, Alter M, Hadziyannis S,
Karayiannis P, Fung K, Nakatsuji Y, Shih JW, Young L, Piatak
M Jr, Hoover C, Fernandez J, Chen S, Zou JC, Morris T, Hyams
KC, Ismay S, Lifson JD, Kim JP. Molecular cloning and dis-
ease association of hepatitis G virus: a transfusion-transmis-
sible agent. Science 1996 ;271:505-508

Simons JN, Leary TP, Dawson GJ, Pilot-Matias TJ, Muerhoff
AS, Schlauder GG, Desai SM, Mushahwar IK. Isolation of
novel virus-like sequences associated with human hepatitis.
Nat Med 1995;1:564-569

Nishizawa T, Okamoto H, Konishi K, Yoshizawa H, Miyakawa
Y, Mayumi M. A novel DNA virus (TTV) associated with el-
evated transaminase levels in posttransfusion hepatitis of un-
known etiology. Biochem Biophys Res Commun 1997;241:92-97
Alter HJ, Nakatsuji Y, Melpolder J, Wages J, Wesley R, Shih
JW, Kim JP. The incidence of transfusion-associated hepatitis
G virus infection and its relation to liver disease. N Engl J Med
1997,336:747-754

Naoumov NV, Petrova EP, Thomas MG, Williams R. Pres-
ence of a newly described human DNA virus (TTV) in pa-
tients with liver disease. Lancet 1998;352:195-197
Matsumoto A, Yeo AE, Shih JW, Tanaka E, Kiyosawa K,
Alter HJ. Transfusion-associated TT virus infection and its
relationship to liver disease. Hepatology 1999;30:283-288
Primi D, Fiordalisi G. International patent number WO0028039
(http://ep.espacenet.com/)

Tanaka Y, Primi D, Wang RY, Umemura T, Yeo AE, Mizokami M,
Alter HJ, Shih JW. Genomic and molecular evolutionary analysis
of a newly identified infectious agent (SEN virus) and its relation-
ship to the TT virus family. J Infect Dis 2001;183:359-367
Bowden S. New hepatitis viruses: contenders and pretenders.
J Gastroenterol Hepatol 2001;16:124-131

Umemura T, Tanaka Y, Kiyosawa K, Alter HJ, Shih JW. Ob-
servation of positive selection within hypervariable regions of
a newly identified DNA virus (SEN virus)(1). FEBS Lett 2002;
510:171-174

Umemura T, Yeo AE, Sottini A, Moratto D, Tanaka Y, Wang
RY, Shih JW, Donahue P, Primi D, Alter HJ. SEN virus infec-
tion and its relationship to transfusion-associated hepatitis.
Hepatology 2001;33:1303-1311

4 3 2001;19:56-64

Kao JH, Chen W, Chen PJ, Lai MY, Chen DS. Prevalence and
implication of a newly identified infectious agent (SEN virus)
in Taiwan. J Infect Dis 2002;185:389-392

Shibata M, Wang RY, Yoshiba M, Shih JW, Alter HJ, Mitamura
K. The presence of a newly identified infectious agent (SEN
virus) in patients with liver diseases and in blood donors in
Japan. J Infect Dis 2001;184:400-404

Schroter M, Laufs R, Zollner B, Knodler B, Schafer P, Sterneck
M, Fischer L, Feucht HH. Prevalence of SENV-H viraemia among
healthy subjects and individuals at risk for parenterally trans-
mitted diseases in Germany. J Viral Hepat 2002;9:455-459
Umemura T, Alter HJ, Tanaka E, Yeo AE, Shih JW, Orii K,
Matsumoto A, Yoshizawa K, Kiyosawa K. Association be-
tween SEN virus infection and hepatitis C in Japan. J Infect
Dis 2001;184:1246-1251

Wilson LE, Umemura T, Astemborski J, Ray SC, Alter HJ, Strathdee
SA, Vlahov D, Thomas DL. Dynamics of SEN virus infection
among injection drug users. Infect Dis 2001;184:1315-1319



P.O.Box 2345 Beijing 100023, China
Fax: +86-10-85381893

World Chin J Digestol 2003 October;11(10):1544-1546
ISSN 1009-3079 CN 14-1260/R

Email: wcjd@wjgnet.com www.wjgnet.com 2003
. CLINICAL RESEARCH -
215300
' 200025 IGF-1.1GF-II
, 1963-06-30 , , . 1983
Asaﬁi
, 200025, 197
. graceyul028@sohu.com 89 ’ 10,
1 021-64370045-665260 1 021-64150773 66 s 13 ; 38
1 2003-03-07 1 2003-04-03
IGF-1. IGF-II
IGF I, IGF I 65+

Serum levels of insulin-like growth
factor (IGF)-1 and Il in patients with
liver diseases

Jing-Ming Shao, Li-Fen Yu, Shu Zhang, Yun-Lin Wu

Jing-Ming Shao, Department of Gastroenterology, Kunshan Second
Hospital, Kunshan 215300, Jiangsu Province, China

Li-Fen Yu, Shu Zhang, Yun-Lin Wu, Department of Gastroenterology,
Ruijin Hospital, Shanghai Second Medical University, Shanghai 200025, China
Supported by the Asahi Medical Development Fund of Japan
Correspondence to: Dr. Li-Fen Yu, Department of Gastroenterology,
Ruijin Hospital, Shanghai Second Medical University, 200025, Shanghai,
China. graceyul028@sohu.com

Received: 2003-03-07 Accepted: 2003-04-03

Abstract

AIM: To investigate the serum levels and their clinical
significance of insulin-like growth factor (IGF)-1, IGF-II in
patients of liver diseases.

METHODS: 89 patients with liver diseases were divided
into three groups. hepatitis (n =10), cirrhosis (n =66) and
liver cancer (n =13) group. 38 healthy people were served
as control group. The serum levels of IGF-1 and IGF-II were
measured by RIA.

RESULTS: The serum levels of IGF-1 and IGF-II in cirrhotic
group (65 + 14 mg/L, 328 + 86 mg/L, respectively) and
cancer group (49 + 14 mg/L, 194 + 61 mg/L, respectively)
were significantly lower than controls (261 + 75 mg/L,
1094 + 119 mg/L, respectively). In cirrhotic patients, IGF-I
and IGF-11 were significantly higher in Child A than those
in Child B/C (P <0.05, respectively). The concentrations of
IGF-1 and IGF-I11 correlated significantly with different etiology
of cirrhosis (P <0.05, respectively).

CONCLUSION: The serum level of IGF-II, as well as that of
IGF-1, was an important index to assess the liver function
of patients with cirrhosis or liver cancer.

Shao JM, Yu LF, Zhang S, Wu YL. Serum levels of insulin-like growth
factor (IGF)-1 and Il in patients with liver diseases. Shijie Huaren Xiaohua
Zazhi 2003;11(10):1544-1546
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Abstract

AIM: To explore the diagnostic and therapeutic value of
endoscopic retrograde cholangiopancreatography (ERCP)
in children with pancreatitis.

METHODS: 27 children with pancreatitis treated with ERCP
from Feb 1997 to Feb 2002 were analyzed retrospectively.
They included 9 boys and 18 girls ranging in age from 4 to
17 years (14.8+2.9). Fourteen patients suffered from acute
pancreatitis (AP) and thirteen from chronic pancreatitis (CP).

RESULTS: Diagnostic ERCP was done in 9 patients and
theraputic ERCP in 18. The ERCP findings were as follows:
The morbidity of biliary tract disease was 7.7 % in CP
group, while it was 95.7 % in AP group (P <0.05). 61.5 %
of CP group had no definite etiology, higher than the 7.1 %
in the AP group.ERCP showed that 76.9 % had pancreatic
duct dilatation in CP group, much higher than the 14.2 %
in AP group. The incidence of common bile duct stricture
or/and dilatation, choledocholith were 49.7 %, 35.7 %
respectively in AP group,while none in CP group. In the
following 6 to 68 months after ERCP, 92.6 % had no recurrent
pancreatitis or abdominal pain. After a second ERCP inter-
vention in 2 patients with recurrent abdominal pain, none
had abdominal pain any more. The overall ERCP related
morbidity was 51.85 %,including hyperamylasemia in 6
cases (22.2 %), pancreatitis in 6 (22.2 %),and hemorrhage
from papillosphincterotomy in 2 (7.4 %).

CONCLUSION: Diagnostic and therapeutic ERCP had sig-
nificant clinical improvement in children with pancreatitis,
but had a much higher complication rate in children than
in adults, mostly associated with therapeutic procedures.

Therefore, more precautions should be given to pediatric
patients in doing ERCP to decrease the adverse events.

Li ZS, Xu GM, Shi XG, Zou XP, Jin ZD, Sun ZX. Diagnostic and thera-
peutic value of ERCP in children with pancreatitis. Shijie Huaren Xiaohua
Zazhi 2003;11(10):1547-1549
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Abstract

AIM: To evaluate the value and safety of endoscopic ret-
rograde cholangiopancreatography (ERCP) and endoscopic
treatment in acute biliary pancreatitis.

METHODS: Ninety-one patients with acute biliary pancreatitis
including 13 patients with severe acute biliary pancreatitis
in the ERCP group underwent ERCP and endoscopic
therapy. 15 patients with severe acute biliary pancreatitis
were not treated by either surgery, endoscopy or early
ERCP in the control group. Etiological factors, therapeutic
effects and complications were observed in all the patients
of the two groups.

RESULTS: In ERCP group, ERCP showed biliary tract disease
in 56 cases, common bile duct stones in 26, cholecyst stone
in 17, microcholelith in 4, cholangitis in 9, larger diverticula
around the papilla in 3, papillitis in 5,pancreatic diverticulum
in 2, and normal in 25. 46 cases of biliary tract disease
were treated by endoscopy including papillosphincterotomy,
endoscopic nasal biliary drainage and endoscopic dilatation
of the accessory papilla. There were no significant differences
in the recovery days of serum amylase back to normal be-
tween ERCP group (3.4+1.6 d) and control group (4.5+2.8 d),
but the mean days of disappearance of abdominal pain
(4.4+2.0 d), fever (5.0+3.4 d), abnormal white blood cell
count (6.5+5.4 d) and hospitalization (21.9+8.4 d) were
significantly shorter in the ERCP group than in the control
group (8.446.1 d, 16.1+19.0 d, 19.1+19.3 d, 41.3+20.0 d,
P <0.05). Complication rate (53.9 %) and mortality rate
(0 %) in ERCP group were lower than those of control
group (80.0 %, 23.1 % P <0.05). 17 cases had early com-

plication (18.7 %) in ERCP group. Of them,biliary tract
infection occurred in 2 cases (2.2 %), retroperitoneal pneu-
matosis in 1 case (1.1 %), bleeding of digestive tract in 1
case (1.1 %), deterioriation of pancreatitis in 13 cases. 15
patients were cured by medication treatment. Operations
were performed in one patient. One patient died.

CONCLUSION: ERCP and endoscopic therapy are safe and
effective for patients with acute pancreatitis.

Wang D, Li ZS, Zhang WJ, Pan X, Sun ZX, Zou XP. Value and safety of
ERCP and endoscopic treatment for acute biliary pancreatitis. Shijie
Huaren Xiaohua Zazhi 2003;11(10):1550-1553
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Abstract

AIM: To study on the expression characteristics of ChAT,
GADG65 and PKC enzymatic activities and their clinicopatho-
logical significance in the tissues of chronic pancreatitis
and pancreatic carcinoma.

METHODS: The enzymatic activities of ChAT, GAD65 and
PKC were detected by immunohistochemical method of
avidin-biotin complex on formalin-fixed and routine paraffin-
embedded sections of specimens of chronic pancreatitis
(n =10) and pancreatic carcinoma (n =47).

RESULTS: The positive rate and the score of ChAT, GAD65
and PKC were significantly lower in 10 cases of chronic
pancreatitis than that of pancreatic carcinoma (ChAT, 0 %
vs 48.9 % , 0.2+0.4 vs 2.2+1.4; GAD65, 10.0 % vs 55.3 %,
0.6+0.9 vs 2.2+1.2; PKC, 10.0 % vs 57.4 %, 0.6+0.9 vs
2.1£1.6). The score of ChAT was significantly higher in
well-differentiated adenocarcinoma than that of poorly-
differentiated adenocarcinoma (P <0.05). The positive rate
and the score of GAD65 or PKC were significantly lower
(GADG65, P <0.05; PKC, P <0.01) in cases of well-differenti-
ated adenocarcinoma than in cases of poorly-differentiated.
No difference was found for the enzyme expressions and
the clinicopathological characteristics among different sex,
age, with or without metastasis of pancreatic carcinoma.
A highly positive correlation was found between the scores
of GAD65 and PKC in pancreatic carcinoma.

CONCLUSION: The expression of enzymatic activities of
ChAT, GADG65 or PKC might be related to the carcinogenesis,
progression and biological behaviors of pancreatic
carcinoma. They might be important biological markers of

pancreatic carcinoma.

Yang ZL, Wang QW, Deng XH, Li DQ, LU F, Li YG. Enzymatic activities
of ChAT,GADG65 and PKC in pancreatic carcinoma tissues. Shijie Huaren
Xiaohua Zazhi 2003;11(10):1554-1557
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Abstract

AIM: To investigate the compositions and structure of crystal
materials in gallbladder stone and their roles in the formation
and growth of gallbladder stone.

METHODS: The crystal structure, section ultramicroscopic
structure and crystal compositions were observed with
polarizing microscope, SEM and X-ray diffraction analysis
respectively in single-blind trial.

RESULTS: Varied as it was in external and profile structures,
all kinds of particulate bilestones were chiefly composed
of crystalline cholesterol. The interference color order of
these crystals was the second blue-green, the double re-
fractive index A n=0.022-0.025. These crystals in the
bilestone took the form of many microcrystals or polymer-
microcrystals, and the holes among microcrystals were
filled with some noncrystalline substance. The major com-
ponent of sandstone was bile pigment and bile pigment
salt, mainly noncrystalline substance. Sandstone belonged
to bile pigments stone.

CONCLUSION: Gallbladder stone is a special biological
crystal, mainly composed of cholesterol. Although change-
able crystallization environment in gallbladder does not
favor the growth of cholesterol crystals, cholesterol crystals

form the basic structure of particulate gallbladder stone,
deposition of noncrystalline substance facilitates further
growth of bilestone.

Wu J, Yang HM, Li JY, Song YD, Liu G. Structure pattern of gallbladder
stone in Chinese. Shijie Huaren Xiaohua Zazhi 2003;11(10):1558-1562
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Abstract

AIM: To determine telomerase activity of exfoliated cells
in tuberculous peritonitis and malignant ascites, and study
the diagnostic value of telomerase activity in differentiating
tuberculous peritonitis from malignant ascites.

METHODS: TRAP-PCR-ELISA and TRAP-PCR-silver staining
were employed to determine telomerase activity in 18
specimens of malignant ascites and 13 specimens of tu-
berculous peritonitis. Telomerase activities in tuberculous
peritonitis and malignant ascites were analysed.

RESULTS: Telomerase activity in malignant ascites (0.387+0.023)
was significantly higher than that in tuberculous peritonitis
(0.023+0.004, P <0.01). The positive rate of telomerase
activity in malignant ascites was significantly higher than
that in tuberculous peritonitis, 88.9 % (16/18) vs 7.7 %
(1/13), P <0.01. The sensitivity, specificity and accuracy
of determination of telomerase activity in diagnosis of ma-
lignant ascites were 88.9 %, 92.3 %, and 90.3 %,
respectively.

CONCLUSION: Telomerase activity is positive in malignant
ascites and may serve as a useful indicator for differentiating
between tuberculous peritonitis and malignant ascites.

Zhao JM, Li FC, Yu JH, Cui W, Fu BY, Sa WG. Telomerase activity in
tuberculous peritonitis and malignant ascites. Shijie Huaren Xiaohua
Zazhi 2003;11(10):1563-1565
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