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Abstract

AIM: To detect the expression of Cyclin D1 and
proliferating cell nuclear antigen (PCNA) in
liver tissues of C57BL/6 mice infected with H
pylori by oral inoculation.

METHODS: Thirty C57BL/6 strain mice, used
as experiment animal, were orally inoculated
with H pylori SS1 strain and fed in laminar flow
cabinets for 8 mo. H pylori 165 rRNA in liver
was examined by nested polymerase chain reac-
tion (PCR), and then mRNA and protein were
extracted from the positive liver tissues. The
mRNA and protein expression of Cyclin D1 and
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PCNA were detected by reverse transcription
PCR (RT-PCR) and Western blot, respectively.

RESULTS: Six of fifteen liver tissues were
positive for H pylori 165 rRNA after examination
of nested PCR. Sequencing results of 165 rRNA
PCR products showed the 100% homogeneity
with cultured H pylori from gastric mucosa and
inoculated H pylori SS1. The mRNA expression
of Cyclin D1 and PCNA in liver of C57BL/6
mice infected with H pylori were significantly
increased in comparison with those in the
controls (0.78 + 0.13 vs 0.66 * 0.03, P < 0.05; 0.86
+ 0.17 vs 0.56 + 0.24, P < 0.01), and the protein
expression of PCNA was also increased (1.16
+ 0.40 vs 0.64 £ 0.11, P < 0.05). Although the
expression of Cyclin D1 protein had an increased
tendency, it was not significantly different from
those in the controls (P > 0.05).

CONCLUSION: H pylori inoculated orally can
arrive at liver, and induce increased expression
of Cyclin D1 and PCNA.
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H pyloriVE 4 8 P A1 bk R 1R 300 IR 3 oA VF
ZWRT e, BEERR A RET &R
WAAEH, HAremt stz . BRI &
H T LN AFAEH pylori &G AHH pylori i Fi
THE, 2 15 BeAE A ST i 30 PR 25 5 | 4
g Az, FER AR RE R R A2 AT S B2
HEFNIH pylorin] BIA/NEIHE, HREVE A
ANES S PSSV oY B S il S A NI S
PATBE LA W 22 HEGEH pylorifIC5TBL/6/) R,
A2 40 I D1 (cyclin D1). 3475 40 k%
PUS(PNCA)RIL 1AL, il — D8 H pylori
5598 A e 22 TR) R AT e R 3.

1 #ERA

1.1 #M# CSTBL/6/N L GH 2030, 6-8 )ik,
&, MHE25-30 g, W H FiESLRYh, b
WL R SEBG 20 (% MR GH pylord, 20 ) 54t
WU (RBEFIH pylori, 1012). H pylorifii Fi 7& Je ¥k
(SS1), ¥ FRu = /AL 74T, B IRy
H P} 22 Dako 2 7] ; W5 553871 FH Promega /s 7 ;
Trizol) 1 Omega’s Fl; PCRAHFIRF A NEF
W TR R A =5 bt/ Cyclin D1,
PCNA. actin® v FEPUA, B ALY br il
FEHu i H 3L ESantCruz/A w); PVDFJ
I F 3£ H Pierce /A w); BCLIG Ak~ A OB IR &
I [ 5% [ Amersham /A &, H pylori &4 /N AR Y

IR EHL AT, 1R moltf AbAE, B
JHHR N EIRAT.
1.2 Z ik W0 A2 A EDNAM T #:0
PCRIYIA pylori 16S rRNAKEHM, H o145
B Ah514: LiFS'-GCT ATG ACG GGT ATC
C-3', Fi#5-ACT TCA CCC CAG TCG CTG-3,
P11 Be1200 bp, 55°CiE k1.5 min, 72°C it
12 min; W514): Li#5'-GAC ACG GTC CAG
ACT CCT A-3', Fii#5-TGG CTG ATT TGC GAT
TA-3', "1 5 B£1020 bp, 52°C 1.5 min, 72°C
2 min. PCRy™H4liAL i 2 D e, Kk 5 A4 )
TREREARA B A w58 . 5256 20 16 UM 41 2R
H pylori 16S rRNAXE A BH P 1 /) B 3 HUHF2H
ZURMRNA K HE . MRNARBUE Trizo il &
YL AT, AN OGN E B RN AR
ARE 70 CARAE 4 . SRS RNA 2 L,
10 mmol/L Oligo dT 1 uL, HIDEPC/K#h 4 R4
12 pL, 70°C 5 min, K FERA JE NS X buffer
4 uL, 20 mU/L RNARBFHIHIFIT pL, 10 mmol/L
dNTP 2 pL, 200 mU/L M-MLV 1 puL, 37°C
V.60 min, 94°C K35 min. PCR5| A H
GenBank /M i Cyclin D1, PCNA, B-actin cDNA
FEAEAT V(D). BPCR™H5 nLAE1S g/L
I RE BRI A YK (5 0.5 mg/LAk £4%). HF4
ZUE HHEHG 100 mg/HZH2L, IMAHZUE F e
(20 mmol/L Tris-HCI, pH 7.4, 1 mol/
L NaCl, I mmol/L EDTA, 1 mmol/L MgCl,,
1 mmol/L B-ME, 10 g/L NP-40, 1 g/L SDS,
5 mmol/L DTT, 10 mmol/L PMSF) 200 uL%J%,
DTT5PMSFIG AT IO, UK EECE 30 minZfi,
B KT kPR AR R#E30 s, 13 000 r/min 20
30 min, B 35905, Bradford izl & ik
&%, Western blotfillCyclin DIFIPNCA# k.
PCR [ Western blot4% 45 W ff{Eagle Eye 11 El{54)
Wb B R G o 45 L.
SRR S50 A Hmean+ SDERIR, W

HRIFEA S ATF I 255 A 5, T 22 55 PR

BT FER S, T7 FEANTE -IPIREAS S0 7 2k .
AR SPSS 10.0 KBS AR AL HE, P
<0.05 M G512 L2 R Wk

2 BR

2.1 FF4RLRH pylori 16S IRNAF S2H 4020 2
NSRBI AR AR T2, 2 molhf Ul ¢
H pylori' 8 WERIG ORI R, FR15H, 15
778 molfabst. 45 RAE156166116S rRNA,
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HR S|¥R51 PCRRZ N Z&HF B8R BRI\

Cyclin D1 GAGAAGTTGTGCATCTACAC 94°C 1 min, 55°C 1 min, 72°C 1.5 min, 35 cycles 400 bp
GAAGGGCTTCAACTGTTCC

PCNA AACTTGGAATCCCAGAACA 94°C 1 min, 55°C 45 s, 72°C 45 s, 35 cycles 293 bp
AGACAGTGGAGTGGCTTTT

B-actin GCTGTCCCTGTATGCCTCT 461 bp
GGTCTTTACGGATGTCAACG

B-actin 461 bp
Cyclin D1 400 bp

B 1 RT-PCRYIZ/NERAFLALACYclin DIERRIX. M: M Fr

1 2 3 4 5 6 7

-- - - - - 'actin45kDa
= —‘na.‘. @ Cyciin D1 36 kDa

B 2 Western blotll/\FRAF4RLACyclin DIBBRIA. 1, 2:
SRS 3—7: FFERLHH pylor SRR B SIG 4AREA.

26 kDa, cagA L fvac AL R 438 o B, BH >
40%; XoF AT JG— 191 BH . H 2491 BH /s BUFF4L
(F1H pylori 16S rRNA PCR=H)iI T, 55 1 HiE 4
SRS DL M B MH pylori(f116S TRNA PCR4)
D 25 AT IR L, 358 1 [R5 4 100%.
2.2 FF£a42Cyclin D1 mRNAF & G &k H4E
Cyclin D1 B-actindk [KIPCRY" 4 45 HE I HL vk
J BEAHF R B 45 R, R IS5 0 R PR A,
JHFALZA PRI BIH pyloriFE B (R645) 2541 /N B,
ATHZiCyclin D1 mRNAYE/KYE8 mof RIAF
H1(P<0.05, [E1). K Western blot 7 V£ M 2L T4
ZCyclin D1 I3, 45 F EAR611 /N BUH41Z8
Cyclin D18z H3REA K midd, 55X R
WG 7 S (2, %2).

2.3 AFZLZPCNA mRNAFe& & & A HHEPCNA
JB-actindk KIPCRY™HG 4% 7 eI FLUK i AR
G AT as R, ST AL, FFA2L PR
BH pylori LR 1645256041/ R ZAPCNA
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B-actin 461 bp
PCNA 293 bp

; 2—5: ﬂ'[iéﬂ/{/D\Hpy]m‘i%&wﬁ?\mwwﬁig(ﬁ
YEREAR; 6—8: W ARZHFEAR.

1 2 3 4 5 6 7 8

-...- o ) [y ' actin 45 kDa
“—---* PCNA 36 kDa

4 Western blott@ill/\§EAFZAZRPCNAEBIRIL. 1-3: Xf

MRNAZRIX' E{=E vy
Cyclin D1 PCNA Cyclin D1 PCNA
SORZH 0.78+0.137 0.86+0.17° 1.07+0.57 1.16+0.40°
WIBZH 0.66+0.03 0.56+0.24 0.77+0.26 0.64+0.11

pap'c]

P<0.05, °P<0.01 vs WIRA. 'EREWEN AN EETZER
RT-PCRF#EE X HBE/p-actin RT-PCRFH)ERNEETH
HNBE; “EEENRIAKEEFEFZEBWestern blotZH6Y
Y actin S HHITRAE.

mRNATEEG] molh FIA T+ (P<0.01, [&3). K
FWestern blot 5 VW 22 41 ZAPCN A L 11 3K 3A,
5 a2 LA A 8 5 1 22 7 (P<0.05, K4, 3R2).

3111
H pylori 5 N B AN ¢ F T A A 2
FANDEBFNVE AR, H pylorifE e Lo B ik

N A8 moBf I 48
2 Cyclin D14
PCNA & & # 47
B, PRI T
H pylori % IT J& 48
XA Hh.
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FATHT BRI FE M 20 23005 BED) |y rh Bl ¢
B2 AR A B AAED, I H N S A A,
BB A 23 59 38 R AT B 16S rRNASE
EL, Iy A R LA s 5 H pylori i 99%-100%
(I TEN . R WIH pylori T4 484 55 T &
AREZIBAFAERR R AR, AR S 4Rl
J&GH pyloriffiCSTBL/6/)N U 4123 b F 558
PCRITVES WH pylori 16S rRNAKE, 154516
BB PE(FH T #640%), 5 A5 M INH pylori
N AT S5 U6 B AR P CRP= 40 e 45 R 384T [R) Y&
Pei, =3 AR 15 100%, GF 52/ BUFF 2L 4
W ENKIH pylori S5 H pylori g [R]—41 1. Kk
FATNA, & EMWIH pylorin] B F A &%
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Hep G241 i (1) 40} 75 4 HI LA KO B R Cy elin
DIFIPCNAIR N, W08 R KINH pylorifi W]
BT AN s AR A Y, OF B Hep G, 41 i
(¥ R S I mRNA KR (AR iETHE ", &0
R MH pylorin] FFACSTBL/6/IN RN IE, 4%
O3 A AE I E SN S IS, O H BB
WRE AN 20 A2 1) e RN, MeCathey!™
WS T WGV SHH pyloriff) /I B4 22 1K) 95 #1
A, g5 BRI d)5 4120 4G H A
IO O A0 R Ok = TR AORE R AL A7 2 e
SR 28 LMK GH pylorifIC5TBL/6/)
23 moii I F A, NEt—L T #RH pylori
TGS AE e AL TR AT REAE BT Tk
YH pylori CSTBL/6/N I8 molt 41271 Cyclin
DIFIPCNA I mRNA 5 1 15424k, Cyclin D1
J2 40 M F 3G 1/S 31 45 U ER L O ) 4%
-, b a0 I S E A ) B O 4(C DK4) 4
G IFBIECDKA, AT AR 94 15 B 41 g8 o
(RBZEE 1) i R A0 40 B G LIRS R4, 75
WU &I Cyclin D1 & RIE, 42
/RCyclin D1t i %1k 5 b e Ay oc20,
PCNAZAIML NG USHI& BBz E A, 5
a0 Mg A R AT T SRFE R b
KA ARZE RTG53 DA 0,
IR, H pylori&He /N8 moltf FF41Z{PCNA
mRNA 5 HEHRIALE N, Cyclin DI mRNAFK
IR, AR AR ) R P A, X

D1FIPCNAZEFITE R A A R e i B A
H, PUCIRATIANH pylori e T I K et al G
B EAE . IR I A2 FRATTAS B M A 2R W
9% 31| 9 SO i 8 2E PR Ak, NI fE S IR I TR
ORI I EOREA B A OC, Rl
WK AR HAE S S PS5 LA pyloriREAR 75T
JH- g e i 3G ARV AR, LAEH pylori i A
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Abstract

AIM: To establish a stable and highly sensitive
chemiluminescent detection system for analysis
of hepatitis V virus (HBV) transcription and
replication level in vitro.

METHODS: Human hepatoma cell line HepG2
and HepG2.2.15, a HepG2 cell line with HBV
transcription and replication, were collected
after being cultured for 3 d and then divided
equally. Total RNA of the cells and HBV replica-
tion intermediates were extracted and analyzed

by Northern and Southern blot hybridization,
respectively, while digoxigenin labeled HBV
recombinant plasmid pHBV4.1 was used as the
probe of the hybridizations. The results of the
hybridizations were detected by chemilumines-
cent detection system. Thereafter pHBV4.1 was
diluted into a series of multi-stage differential
log-rank concentrations, and analyzed by dot
blot hybridization along with Northern and
Southern blot hybridization, which were used as
the internal controls.

RESULTS: High levels of HBV specific tran-
scripts (3.5 kb and 2.4/2.1 kb mRNA) and HBV
replication intermediate DN As were detected by
Northern and Southern hybridization analysis,
respectively, in the HepG2.2.15 cells. No HBV
specific transcripts or HBV replication inter-
mediate DNAs were found in the HepG2 cells.
Positive dot signals detected in the internal con-
trols were weakened as the decrease of pHBV4.1
concentration. The sensitivity of the chemilumi-
nescent detection system of the Northern and
Southern hybridization analysis was 1 pg of the
target nucleotides according to the internal con-
trols, which was almost equal to that of isotope
detection system. Similar results were obtained
after the whole procedures were repeated for
more than three times.

CONCLUSION: A stable and highly sensitive
chemiluminescent detection system for analysis
of HBV transcription and replication level in vi-
tro is successfully established.

Key Words: Hepatitis B virus; Transcription; Repli-
cation; Chemiluminescent; Detection

He F, Tang H, Liu L, Liu F], Wang S, Zhou TY, Zhao LS,
Liu C. Establishment of a highly sensitive chemilumi-
nescent detection system for analysis of hepatitis B virus
transcription and replication level in vitro. Shijie Huaren
Xiaohua Zazhi 2006;14(14):1346-1351
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ik BAM R MR HepG2Ae 7T = £ A %) SMHBVH 5 & HlKFRD 4 &, l‘ii%ﬁ 7%
AHBVH £ ¥ HepG2.2.15%m 343 d, K v
Empy o hmey, » A HReBERNA 1 FRIRGE DNAZmRNA £

FeHBV A H F RIAADNA. vAHL 3 FARiL 89
HBV #2057 #pHB V4. 14E A4%4T, 5 3347
NorthernZ Southern®® ¥p Z& &, ALK bk
ol Ze X 45 R ¥pHBVA. 1AM H R £ W48 )G
58 EAE T RASERAAE A AT, BB 34T 22 R
Hom),

ZER: HepG2.2.154 fa32 By b 4h i) th 4% 3%
#“YHBV#: 3 = #: 3.5 kb, 2.4/2.1 kb HBV
mRNA#IZ5, B4R HBV A 4] = 4: HBV
B 5 P EARDNA#1E 5. HepG24m JLi2 Bt
Mo 45 R34 A M. MARAE RS 5 3R B EAE
R 3% i T R B5, M 6 R AR VT ik B
1 pg, B RLF AN B, A L
F H 3Rk LR BRI

Bt RAELT AR HIBMFR
HFEARIN L T 5 SR KPR A

KBS ZRFF SR, B B L ROETE 1l

@, B, xm, MRE, T, Bk, XE=, iz SR
U RICERINMBVES R SERIK DA ZR. HRENH
{Z¥6 2006;14(14):1346-1351
http://www.wjgnet.com/1009-3079/14/1346.asp

03l

LT 48993 % (hepatitis B virus, HBV)J& g
DNAJH R, 7540 il P 38 3 308 5 gLl ok AT 52 561,
e 5 R HB VARV W bl k) FE LA,
{H H R L L A e AT R, Xt H

PAANHB V55 5 52 KPR I 4 F LB STHBV
() s 5 SRR BLEI AT de. H s H
JEZ ML 776 )8 Northern & SouthernEJil )5 5
[ A7 AR IO AR BT 24 A, AR5l A RO AE
(¥ 88 55 40 W7 H (¥R R 1) o B2 RV (R4
FVE I U AR FRE S R A, AR AR 3 I
R R N ARS8 A7 450 v T e 3 1, 0] S 36
2 MU G013 80 v () SR A i, DRI UBAR A
PR AR A, [, B THB VA H
ADNAKmRNAFHFZ 0 W AE, I A
SE 1 e R R R 2R R IAA &R A 1o
TATVRe [T 28 BRI R 5O M v Rl BR AT
LUK 2 % 61K N orthern A SouthernW Bl 448
iR, WAL T R E 1 R RO G AR
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1.1 A# A 40 bk Hep G2 R g & 6 Yo 52
HIHMHBVEL TR M HepG2.2. 1541 bk /& H
I B STHB Ve 5% 55 52010 1R 40 i Bk 2 Bt
HBV 244§ 16 41 MO A AL 05200l Y 1| K 2 AR
P Bt I G PR 4 1 AR U E AR AF. HBV
DNA B4 FkipHB V4.1 AT 57 424t RPMI
164085 755 T8 . G418, TrizolMITrishililty H
InvitrogenA ; HEPES [4-(2-hydroxyethyl)-1-
piperazineethanesulfonic acid]. IR - LBk
(diethyl pyrocarbonate, DEPC). MOPSHIZ: &
FH k% (formamide, deionized)ZE04 H AmrescoZy
), BiFE A M. NP-40. DNase [ . Pronase.
tRNAFIEEFDNA(Herring test DNA)J [ Sigma
2wl A2E R OGRS A A Z(DIG Luminescent
Detection Kit for Nucleic Acids)FlH & Ehrid A
FIDIG-High PrimelJ F Roche /A ). 4% ¥l /7%
EEAR10 em(P B IR P AL LR i Hep G2.2.15
M A Hep G241 d. HepG2.2. 1540 i K JH %
100 mL/L/NEIE . 10 mmol/L HEPES.
5000 U/LT5 82 HE% = 1380 mg/L G418
RPMI 164055573 4E37°C, 50 mL/L CO, 51
NEEFE, BR2 AR, 4 AR, Hep G241
R AR R AR EGA18LA4h, HAhty 5
HepG2.2.1541 g k).

1.2 F % ¥HepG2.2.1541 i filHe p G241 fft 15
723 d, WAL 2 Py, 4 T4 R R
RNAFIHBVE fil 1 [AADNAShHE. 41 B RNA
R H Trizol, J5 kil Gt W H AT, it
2T -20CH . DUHL R F b i i fIDIG-High
Prime/) HIbRICHB VR IA FobipHB V4. 1 FI13- 2
v i A (GAPDH) & IA kiphGAPDH, 73
W 4 JDIG-pHBV4.1MIDIG-phGAPDH, Jj ¥4
Fa R G U B AT

1.2.1 Northern7%#-MHBV mRNA ¥10 pg4ifi
BARNALLTO /LI Bl HY 1 AR 1 J58 Jisg v vk )i
BV (Capillary Blotting)d: B % JE o i,
EN 5 AN CAFIRTS min, 4 CARAEAE . Bk e
JR R B 145 P b [R) BN E 42 “C TR AL [ TRARAS W S
XSSC, 500 mL/L formamide (deionized), 1 g/L
N-lauroylsarcosine, 0.2 g/L SDS, 20 g/L blocking
solution, fif§DNA 0.02 g/L (100°C, 10 min)]
2-4 h, BB S AR L PR DIG-pHB V4.1
DIG-phGAPDH 100°CZZPE10 min, JIA Ty

el AR
Y, mBREARA
A, BHAILAAN
B RA AR
F.AHERR
K EARITIEAT 0
3 B % & ik 4
& R AW HBV#
M35 G HKE.
H A4 B AL &
* £ %2 RT-PCR
%, {2 d FPCRF
EAKFBHEAR
R By ¥ #AT
Homl, SAF A
MHBV & #] # 19
AADNAZmRNA,
By T A AR
W, B IR
M, ¥ E S Sk
ALY R A K
T ik,
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LG LW 42°C A8 i . UADIG-phGAPDHIA I A & ¥
RML EARIAR . 5 ,»'):'\’
447 Northern 17 Northern® E1 %48, I H 1) )£ LLGAPDH RNA NN eﬂeeﬁ&
% SouthernZs LA o A S & O YR
wmr g FARNARII AR, &
Hagt s, 1.2.2 SouthernZ &M HBV A 4 F M /KADNA
EET TS ¥ : v b g
R HepG2.2I5AH L fHep G241l FIDNAFE i Fiik — i
ey K. A P 30 uL DNA+1.5 uL RNAse (DNAse-free, 28s
VAL & F ARG
bita T osgm 20 mg/L)+0.9 uL 10 g/L SDS+1 pL 10 g/L
RHAMF L E (RNA, 37°C 15 min. I10XDNA FAEZE MK
RSFHBVE: R 5 ; . g s 03 o
g K Ak 4 pL, WAJELL10 /LI IR WE BEIR vk LUK 185
A, ARBEER 525655025 mol/L HCIEAEERE10-15 min, 4%
52 Ho ] sk AR AL, tRNA

K.

PEW(1.5 mol/L NaCl, 0.5 mol/L NaOH)# it
&30 min, EMEW(3.0 mol/L NaCl, 0.5 mol/L
Tris. HCI, pH 7.5)¥i05K30 min; B41E L
LR IR, B ED R R ANACIE, BETHI3 min, T
WG, 4 CORAER L. KL BN S 155 WA ]
BT E65°C A4 A [Tl A W: 5XSSC, 10 g/L
N-lauroylsarcosine, 0.2 g/L SDS, 10 g/L blocking
solution, #¥5DNA 0.02 g/L (100°C, 10 min)]
2-4 h, B 5 R bR i RS DIG-pHB V4.1
100°CAPE10 min, AIATHAAZAS W H65C A4
1.2.3 45 & b E# M NorthernZ Southerni®
g5 R J7VEFR R R AE DO AT, AR L
e, W ENZRAT G YRR 2XSSC/1 g/L SDS, %
URVERES min 27K%; 0.1 XSSC/1 g/L SDS, 65C
VEBR1S min 29K, YE[0.1 mol/L Maleic acid,
0.15 mol/L NaCl, pH 7.5, 3 mL/L Tween 20]%
R 1-5 min, B FM[10 g/L blocking
regeanti#1(0.1 mol/L Maleic acid, 0.15 mol/
L NaCl, pH 7.5)]& M1 h, 4%1 1 10 000F4 B¢
Pr-Ho i F-Ap T E AW, EiRAEMHL h, U
WHEEE20 min 27K K IE[0.1 mol/L Tris.
HCI, 0.1 mol/L NaCl, pH 9.5]#&i{42-5 min;
JE N 22248/, I A CSPD(disodium
3-(4-methoxyspiro{l, 2-dioxethane-3,
2'-(5'-chloro)tricyclo[3.3.1.13, 7]decan}-4-yl)
phenylphosphate)f B CRF I #2 1 © 100F6%E
Ry A 5 min, B2 ik, 24y
A8, 3T CHEIS-15 minBLINSR 96 K v, X4k
JBE P 6 S SR A 45

2 BR

2.1 i ERNAZHBV A #] & M /4ADN A #9 42 B
2R CRAMYCICETE T E B PR ECTI A e
RNA, A 40/A 0 LU W 7R 7E1.8-1.92 7], $27= Pt
FEEUHIRNALLFE AT, 10 emBF R IL1/240 f 1

1 ZBERNARHBVEHIPEMADNAER. A: 10 g/LEi
Nk A AR U R MR NA, 10 pg/FL; B: HBVE HHh[A]
(ADNASEIR/D, 10 o/LEAlEEE R RS T IR E
RNAZ[H], (EPIHRAELL 53

MRNAPERALE2S pg/idi. 10 g/LE IR RS H Ay
PRSI UK T, BT LI )28 F118s RN AT
(K1A). T 40 HB VA I A/ADNA M &
wAND, 2210 o/LEIRREREL H K 5 PR AELL 2y
HE, 0BRGP Gkl T IR ES-14 g/LIK
JIE B i AUk Bl R K 294 kb XUEZR IR
DN A FM, AT At RN AR~ 35 78 BRI
H A7 B HIBTHB VAL i) [H] ADNA(<3.2 kb)
A7 B (1B), RASEHEIPUE 24 K/ RER ] T
B

2.2 Northerni:# # HepG2.2.1548 i HBV RNA
4% 3k i i NortherniZ 54k 2% ROGIERN, 459K
M HepG2.2. 154 g bR il H3 A A i IRTH B Ve 5%
FE4)3.5 kb 2.1/2.4 kb[JHBV mRNAMI{5 5,
W HETHepG2.2. 1540 il A7 5 =i 7K~ ITH B Vi 5%
FEMIPE A, S RATEEE LpHB V4. 154 Y Hep G2
0 M J D IR 22 VA 1 &5 SR AR, 5 oAt
SCHR AR [ 2 VR D A R — g2 g
Hep G241 i 52 B4 h AR A il 2IHB V#: 5¢74)
115 5 (E12A). AARKLIZS R % 1000, 100, 10
K1 pg/LEIpHBVA TEE b SRR AL 30K H FH
B A, L A ot A T 3 T D 1T 9 5,
0.1 pg/L pHBVA4.1 X TEFE i fFE AL AAS H FHYE
BE U5 5 (E2B). AT HepG2.2.1541 i Al
HepG241 it 5 " GAPDH RNAZ: NortherniZ: A
DS ARAL, o] B 22 .

2.3 Southerni:# # HepG2.2.1548 it HBV DNA
A4 JH I Southernik 5 4k 2 R IGIFATI, 45K
M HepG2.2.1540 g H RS H A it I H BV &2 il
HEMADNALE 5, 5T lpHB V4. 146 4
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3.5kb

2.4/2.1 kb

GAPDH

B 2 NorthernfARRUMEE ZHEEMN. A: HepG2.2.1547f(
FFEIHBY mRNAKI; B: PNARpHBVA.1 1 ug/LES.

Hep G241 i J& F [ 22 V2800 00 10 285 AR, 1B
5 H A 5 SCER IR T8 [F] A7 R 7 vE R 45 R —
22 T Hep G240 M 2 HU) - A A 2 HBV
S A AADN AR S (BI3A). AFRRIIES R
“h: 1000, 100, 101 pg/LIpHBVA AL 5 AFE
A BTRS: HH BH PR R A, SR P BT it A B B
WL IR IETS, 0.1 pg/L pHBVA. 1 L TEFE N ke
A AT H BH B 5545 5 (€13 B).

23 LL R K HepG2.2.1541 g HHBV
5 5 SR L5 B ARAL, [ A 0 5 4
AT R S S5, Bl (R 3892 AR 5.

3 e

Northern 5 SoutherniE ¥ J2 W 7T 1 R e 5 15 52 1
W7, 3 ) TS DU A DU o PR R 1)
RNAMDNAME 5757 K/, JEnafHE H )5
DAL TR R B, LA 2 o 1 R 5 s S U,
HOAT KL HB Ve 55 55 5K 16 07 VA v d e
BN 42 ANortherni: EH #2560 41 fo -H $R I
HB V#3774 e LS outhernyk B #2400 41 iy H
FEEFHBY S 1 ] A DNAP 124,

H 1y SouthernF1NorthernyZ: 1 £ J& K [F) {7
FWREL, WEcH IS PP BARTPRRC IARE!
A R R RE, YA H T E AR BB e A
DNA(<1 pg), 1H[F{7 2 A7 T [ A [ —Ledi i,
Wi AL 2 2R R CPPI 3 I AT 14.3 d),
W) K T R AR FRAICBRET, I B 5 AR 0 R
BEJESZRIE ], LASAR 5 38l A7 80N 1 W] it
BCERAE N L) B AR 2. ] e O BT B,
O S0 5 U 2 AR N 02 380 8 v ) R,
AR 2= U7, BTk A 2 Rk A7

www.wjgnet.com

A B

1ng

100 pg
HBV RC DNA

HBV SS DNA

B 3 SouthernfBEERUMEEFERIEGERM. A: HepG2.2.1541
I HBVE HI R RHADNAKM; B: NFRpHBV4.1 1 pg/L
ez,

75, WeRA M e AR E RO FE bR
PREL, BRI R N B (s R . Horh b R
LI R C9E B i 4ESouthernyk FHAS I H1 4
1 pglfIEDNA, B[R kM R g™, (1 H
A Ik, B TFHBVAE S {ADNA XZmRNATE
40 i BEAR D, R M, WA LA
HRIE R LAt AR 38 B F b il R
(AR R 2R A AR R A HB VIR A% 5 5 5
K- HAT B SR HARAE R A7 2 7V A A RT-
PCRE KK Z K IHBV 1) 5 K22, A fy
TPCRIFVEEN H BIBEDR F By 38 ) dhAT Rl
IFEAEERNHB VA HHh E{ADNA, Hil T
TR =, S LB PH T, e B A Sk
25K FH 27 VA T HBV IR 8 55 5 52 K-

AT E U i3y RG22 KOG 5] N\HBVH
K H SRR AR, IR D). BT HE
FhRCERER LAY R B O bR i R e AR e B
R 45 F i SR, I HCSPDAZIA 5 R
WAL RO IR Y 2 1, IR BRAT 1K R 47 &
Frac PR Sy Hh 2 bRd B, I SR
(R0 =B PR PR I (A nti-Digoxin-AP) 45 &
Ji, HEALCSPD, 7749800, AEX-2e i g oimiid
KA. ARRG RGN FREE-3 d, W
2RO CX- I, TG RER . BT
PP 256 v 5 PRI BRI R TR 3 34T T
FEA, A S50 45 BT SO BRI, 7] I 4
AF 14 P S TSI G R T 5 ol 4% A L
FTIST B], AF A AR 28 8 3R A5 0 a1 T S MR AR e
PE. HepG24H il & A JFH 48 bk, HepG2.2.1541
M2 243k BEAE R HBV A RE N4 DNAE
JFORLAR 8 5 Y- Hep G241 MU ITi J, T 7E R Ah i S

iR EE
AL FE R Rk
SFHBVE 5 5
) KT A AR A
Re @5 i RAR SN A
MHBV 8 4 %
5 5k KTy
AR E %, 4
HBV# x5 4 4
yECE R I RGR
FaFHBV 25 4 0%
LS, B R
AR T R E
B EE, B
FTAR, AR T4
.
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m % 4 W SHIHBV, ZWAMITTHBVE S R R AF AR, Bl g REE SN ARG AR R R, £

HBV# % 5 4
#: HBVA FH 41
4¥32 kb, BA
AN B F T A2 A
Wi, 4oniAdE
3.5,2.4, 2.1420.7
kb HBV mRNA
Wy, Bk
4 M HBcAg.

HBeAg. DNA
% R #. HBsAg
A HBxAg. 3.5 kb
mRNAE 4 &7 &
B 41 RN A 4L 2
EEE SR
B, £HBV
DNA % R EpfE 1t
T i# 5 A RN
#4HBV DNA, %
J& VA 5l 48 DNA
BB A A% IE 4R
HBV DNA, &%
R T KRR T
434 FRIRDNA.
EE SN
HBV 4 7 J& 1
MAEZA IR

BT, AR Al s 22230t AT
HepG2.2. 1541 HVE 4y BHPEFR AR, 14 A A G
{EfTHB VZIA JFORE (T H e p G240 i 4 4y 9 2 A A

HBV {8 %= 45: 3.5, 2.4, 2.1510.7 kb
FImRNA. HA413.5 kb mRNATE K /% K 41
RNA (pregenomic RNA), &/ 510 4% 5 & 1l
(RS, T 3.5812.4, 2.1 kb mRNA & B
i, 0.7 kb mRNA & =R, RN HT2.4,
2.1 kb mRNAM 4> ¥ 10 Eeil, SOkl s 11
FHHWI 3.5 kbAI12.4/2.1 kb mRNAPY 471,
0.7 kb mRNAZ AR 59 5L R ANy 48552124 3
i1l ik Northernyk J&5 A6 274 & H6TEAS I 4 A2 45 S
KL, HepG2.2. 1541 it oAl H A s ITHBV #%
S35, 2.4/2.1 kbTHBYV mRNAIE S, H
R HepG2.2. 1540 i 47 8 iy ZKF- IHB VL 3¢ 77
Y=z, iHep G241 fu e Uy h AR 2IHB V
s r=W(E2A), 5 CikiRiE —8 " HBV
DNA A4 Beid Fi A i 610 52 I ik 7, 4 1m)
SPEEARFEIRMIDNA, 4K h3.2 kb, 7EkE
e HL Pk JeSouthernyk JG R4 3.2 kbLL T 4
iy, e R EUEAA PRI AEEDNA (relaxed
circular DNA, rcDNA)FILEEDNA (single-
stranded DNA, ssDNA)">"**% J¢ {13l i Southern
EJE R RGER N A2 A8 45 R kI HepG2.2.15
0 i H RS I HE A R SR T HB V & I MAADN AR
5, RIS, MHep G241 uH2 Y HBV & i
o ARDN AR5 5L B R (I3 A), 5 SClikik
i—é—'_ﬁ[22,29—30].

PIRG4S R B R A 5 i REH B V3R
IK TR p HB VA1) i A 20 M7 38 95 11 328 T 9
59, (HpHBVA IFE MR BEAS T pg/LIN3 ek th
B S I BH PR B R A S, R R AR SR I ) R
JERTIRFI pg, HEIT [m] A7 2320 I 11 R R0 RE (14
2B, 3B). Al I AN 25 S 1 15 50 IRRAIK, Hedl [F) 47
FVEMARTE 5t &3 UL EER KN HepG2.2.15
g0 HB VA 365 2T H g8 JE AL, 42
INAKLI R G B A R RS e, 1S TR
KrHB Ve 5 5 5 HIKCE R SEE AT 7T, S |,
TATO K AR AA R T RN LS, B
HAHBVE L FkipHB V4. 175 A /N SRAK P 1l
JSCH BV A4 Py 7 3 52 A2, B/ BRI 21 21
AR R R RE AT DU I tH HB VS %4, [
3.5, 2.1/2.4 kbfJHBV mRNAFIHBV & il 7 1] 44
DNA, HAF 5 158 B At F 10 [F] 47 380 A

K2, Wl Rdt—AUEsE T A RS AR 1

S, 7EREFE H R R AR D BRE BEAT A4 4
HB V5 5 5 KPR ) ARG B, K [
A7 Z bR R Ok e bR IR R B, DAk
Yk N orthernflISouthernyh 45 %, s
T — B R ROGEAR SN ST 590 5 7
S BRI R, H RS R
WT7 I R B AR, H&85 R AE, 155K, it
i 3 A AR SN IITH B V IR 3 5% 5 S K 1Y) SE S
WFURT 2, Wi HB VA s 5 5 Hl R LT 5T
HMIHTHBV 2454 1) i 106 5, 5 0 82 1) S A Dl A
FREG T R R AR AR G, AR, (T
TR H.
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Abstract

AIM: To observe the effect of Tanshinone II A
on the proliferation and apoptosis of human
hepatocellular carcinoma cell line SMMC-7721
and its machanism.

METHODS: The human hepatocellular car-
cinoma cell line SMMC-7721 cultured in vitro
was treated with different concentrations (final
0.5 mg/L) Tanshinone II A. The proliferation of
the cells was measured by MTT assay, and the
apoptosis of the cells was investigated by flow
cytometry and transmission electron microscopy
(TEM). The expression of Cyclooxygenase-2
(COX-2) was detected by immunocytochemistry.
The levels of prostaglandin E, (PGE,) in medium

were measured by radioimmunoassay.

RESULTS: Tanshinone II A inhibited the growth
of SMMC-7721 cells in a dose-dependent man-
ner. The inhibitory rate reached the peak (69.3%)
after 0.5 mg/L Tanshinone II A was used for
48 h, which was significantly higher than that
in the controls (P < 0.01). Typical features of
apoptosis as cell shrinkage, nuclear chromatin
condensation, fragmentation, and the formation
of apoptotic bodies was found by TEM in the
cells treated with Tanshinone II A. FCM analysis
showed the apoptotic rates for 24, 48 and 72 h
were 7.45% * 0.33%, 6.59% * 0.45%, and 4.78% *
1.05%, respectively, when 5 mg/L Tanshinone II
A was used, which were markedly higher than
those in the controls (all P < 0.01). Both the ex-
pression of COX-2 (P < 0.01) and the production
of PGE, (40.18 + 1.37 ng/L vs 75.31 + 1.64 pg/L,
P < 0.01) were decreased significantly after Tan-
shinone II A treatment as compared with those
in the controls.

CONCLUSION: Tanshinone II A inhibits the
proliferation and increases the apoptosis of
human hepatocellular carcinoma cell line
SMMC-7721 by down-regulation of COX-2 pro-
tein expression.

Key Words: Tanshinone; Cyclooxygenase-2; Hepa-
tocellular carcinoma; Apoptosis
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MD. Effect of tanshinone II A on COX-2 expression in
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Abstract

AIM: To clone and express immunodominant
epitope of human autoantigen cytochrome P450
2D6 (CYP2D6) in Saccharomyces Cerevisiae, and
establish a new assay for detecting autoantibody
LKM-1.

METHODS: We obtained CYP2D6 DNA frag-
ment by polymerase chain reaction (PCR), using
total liver cDNA library as the template. The
PCR products were recombined into pEGH ex-
pression vector to construct the high efficiency
recombinant expression vector in Saccharomy-
ces Cerevisiae Y258. The positive clones were
identified by PCR and induced by galactose.

www.wjgnet.com

Glutathione-Sepharose 4B was used for purifica-
tion of recombinant CYP2D6 protein. The ex-
pression products were analyzed by SDS-PAGE
and Western blot as well as by matrix-assisted
laser desorption inoization-time of flight mass
spectrometry (MALDI-TOF-MS).

RESULTS: The PCR product was about 290 bp
in size, which was in accordance with the pre-
dicted 285 bp. The pEGH-CYP2D6 positive clone
produced a M,37 000 fusion protein, which was
confirmed to have natural immunogenicity of
human autoantigen CYP2D6 by SDS-PAGE and
Western blot, and MALDI-TOF-MS showed that
it also had high similarity with CYP2D6 protein.

CONCLUSION: The immunodominant epitope
of human autoantigen CYP2D6 is successfully
cloned and expressed in Saccharomyces Cerevi-
siae, which lays a foundation for a new method of
autoantibody detection in autoimmune hepatitis.

Key Words: Autoantigen; Gene fusion; Cytochrome
P450 2D6; Epitope
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BE: ABEABRANBA SRR @MILEZPLSO
2D6(CYP2D6)F 1 & 42285 bp i B 4 BX, 343
AP ERrasiEm®a, h & ik
T K A0 A FR A A R

Tk VAR c DN AR A R A A 4 A
PCR, ¥PCR=# 5 At &k B ApEGHEF
AL BRIE BEFEY 258, AL MR R BEAT B &,
PCRY %5 T. RABHRMERSE, £F
BN FFTREAFEATARSEG, AR
GST# An EAT iR B AT 4640, KRG 3T 2 = it 4T
T = R AR - TR BB 5 IR B vk (SDS-
PAGE)# & & fi 97 i ik (WB) A& & R g5
(MALDI-TOF)# .
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L RS RN
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CYP2D6% & #t
B, AL BB L
otk A ] 5 0 3K,

A&

LR PCRZM25290 bp, 5FAH285 bptik.
pEGH-CYP2D6 & 2L At % APCRE E 5
K i, SDS-PAGEf#WB% R % 7%, k4
FEM37000, LA RAANB G HRCYP2D6
0 o I8 ROV TR & K48 S I 18 i Mascot
ARG A EF 547 aE, 5CYP2D6
EGRRMAER .

Zit: R AR A B & HRCYP2D64 2
WAL, A A0 B G SRR X AR
Tk R T A

XEE: H BERE; AR, 4156 EP450 2D6; B
HFAL

EX. TXRE, WER. ABSARCYP2D6 285 bpEE
FERRE. ERREARPERMEEE. BRENBERE
2006;14(14):1357-1361
http://www.wjgnet.com/1009-3079/14/1357 .asp

0315

H 5 %% YT 4 (autoimmune hepatitis, ATH)
S — Ffa DRI AN B (B B 2 o o A,
DAtk 22 L. G PR b DA e A R Bk B e,
T AT 2 R S PR BRI T
TV DX S RE SR BE . S B VR T A AR
PR, ATHI® % /£ S HLA DR3. HLA DR4#
5%, Hapg IR, RN ZEA AN 2. s A &
Po e ATHI EEEE 2 —, e ATHIZ Wi 5
TR Db £ 45 PF. ATHE 43 o —FP 257 1
RIATHAIR B ATH . 18 ATH RIS 552 1035 7 1)
H S A T Z A BT TR (SM AR S i
PUR(ANA). B Mk 41 e f BT AR (AN CA).
PUL MR 1 Z AR (ASGP-R)PUA. PLrTHF
PEIHHUE B - BUSLA/LP)BL A X AN A/SMA YY)
S BIPERIATHI 2 Wi 1R A5 35 8. 2 ATH KIS A5
2 LY H 1 B AR S 5T AL Ok 4
(LK M- 1)/ s 40 i s it a2 (1 (LC bt
A 2B ATH I LT I HTLK M- TR 1) 32 2
PR O 2 ACYP2D6. EAIFSEICY P2D6
TEIF A0 B BE b (1 2 $ R PTL K M- LU A4 I JHF U
05 1 80w VE . CY P2D64T 5 vk i 7% 1 &
L5 P2 51| £ D-P-A-Q-P-P-R-D". FRAT 1R 43 1
Ay ik, T P RO ] LA 4N i K
BT —AEA RIRSA SR 1% L T A1 1
R BYERAL, B EAPICY P2D6HTAA R I 44
RS EBUR, O ATHAY 5 1 16 IR 12 Wi 32 A 2%

TA.

1 MRAGE

1.1 ## pEGH N IR ILE AL, H TPCR™¥)
v b, A gall- 10890 1, LIS S8
Y2581 GSTHFRIE, M &iEFMEIER; pEGH
KIEMWAGSTH L& EE, o IR i 5
Immobilized Glutathione(FAHALA PEERIK, EP
Glutathione-Sepharose 4B)f]/ i(beads)sE FI M
AR 81 B 1. pEGHFURE At 5 48 K3
DR 2wl S Al W REY 258 1 RS2 25 40 1 1) 1 4%
JJFORLI AL, RIS H T8 KRR, 1R
PR TRk v b T 5 H gal1-10/3 3 1 1)
pEGHR A ZARHE N . ieERFY258 i b 5t te Kt
DAL m B, BRI N DIl (Xbal T . Hind 1II)
W FANEB /A wl; Taqli§)y [1 TaKaRa/A+]; 1 kb
DNA ladder M AstE i MR AR S F L
IR R AREHEAT B2 w5 U A £ 11 bR AE I
H A GA B HAR RO A ] 518 bt
HERHEPR A ] 4 B Immulisa™PTLKM- 150K
ARGk 58 FIMMCO 2 | 7™ ih; CYP2D6FR
PR L7 Pl R R 52 . 2 R 3 12 W e 1 4 ) O
BRI A BRIl SR BT N g GOl SigmaZzy ] ™
mis ERESRIY) . BRI B 95 E Oxoid A vl
MW CPELBE. M IERG . N-NOE 2L Y I
Pk e ) H 2% [ Sigma 28 7] ; Glutathione-Sepharose
4B H 2 E Amersham A 7] 38 JRPEA 6 Bk
W) A A B s Al AR H A 2l )
J343 M4l PTC-100TM Programmable Thermal
Controlier (MJ Reasearch, Iyc), Centrifuge 5810R
(Eppendorf/s ), SORVALL fresco(‘& /P H) 2
A]), DY Y-1118%4Fa He A& H vk A (AL 5 75— 14X
), 752 BAMEME R O B EE A AT AR
#%) ), Trans Blot SD}-+ Hi 4% E1{X (35 [E Bio-Rad
A w]). A 52 N CB IS R PR o A% 8 504 P2 1)
CY P2D6JE K 7 H1 A Bl vk S LA 2347, 230
FECY P2D6 1) 7 35 M R AT (4 i C Y P2D 64 [
JRIE257-351 2 M) & HEIR) P ) B AT vt 5
Yy, L3F514): 5 geatcaccatcaccatcaccgtggtagtgag
cacagg atgacctggg 3', NiFy|¥): 5' aggcagatcgtcag
Icagicacgatagaagectggteacccatctetg 3'(riy N RIZE T
RMA AT 514, FH T 0 BRI BEAH i P B
B BRI FEEAL).

1.2 ik PCR4A{F: 94CHiAEYE4 min, 94T
30 s, 58°C 30 s, 72°C 2 min, 35 MEFF, 72°CHE
ff110 min. PCRES AU, 5.0 7 %1, SR 5 HUPCR™
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Y5 pLitAT10 o/LEUIRPERERS kA, & 1 2 3 4 5 6 LGEE T2

BEPTE LA PC R W) HEXbal 1« Hind 111
XU V) ) p E G HA A4 3L (] 5 14 Je 52 24 TR S 1 B
Y258, BEREY 258 M s ST Ah &, T & Heml,
FETREREAN N 26 0E H (03K R 5 e tE g vk v] [ 3
ALER:, #EAT RV T4, BERFY 258K 2 &1
il % KBS BR A Jy vk, FE Ak PR M e B30 C 1% 77
48 h, IR FRHLE U SC-Ura-/glucose i /A1 77
B AR EAL-2 mmf R EE. S ()
T ICRE SRR B (CE3I0)) A, KB
PRI BEAT FURLP CREGUE. M JFURIP CREGAIE IF
FF D 5 8 PR DR RV T R 7E Yeas P AR 5557
48 h, 3212 mmZ A4 R R VR, Bh2 mmA
A7 1 B e B B 5 N3 S C-ura/raffinos e AR 5 57
B, 30 CIGE TR DA 0om = 0.6-0.8)5, MINFFL
B A2 2 g/L, 30°CHe R FR . Wtk
¥ H Glutathione-Sepharose 4BUE4T 21 fl4fi
k. 2 X loading buffer 5 pLAIE (HAFEN15 pL,
FHPCRAX100°CZA5 110 min, R J517SDS-PAGE
HLPK, % I S2 lR2S50Y . 8 (4 it B 32 ik
(WB)RLI: FIH 2+ B OOk SDS-PAGE#E
Ji& IR B R RS RARIR AT YE 5 F, 50 g/L
i B Wk S = PR, Bk H B R bR )
PRUEILTE, — 904 BRI A A g SR TN
1gG, fEDAB. H,0, F &, HIWE 4%
52 SR HIR A EFY], MALDI-TOF-MSll 3£ PMF,
Mascot¥#i R % 52 . ELISARIN: A i
12 100 B AL A, G pklghrbie, 2480 )55
SRR ML, 37 CHFH30 min, YE3XKJE N
NP, T E LUeE, INARIB S (% —
i, 37°C 15 min/a, MNZ R RN,
FRAX630 nmAbiil A {f.

Brit#ALFR JHSPSS 11051 20 M fh 4y
W, LHIA) 3R I BB A 5

2 BR

CY P2D6 ) H J2 Gl 11 3 A7 ke PRI 489 7 M 48 HL Tk
NI, H 1449290 bpy 4, AN
13285 bpMHFF(EI1). WidPCR TR ANINTF
IEcDNASCEEH 1 H CY P2D6 AR NV (1 H 11 2
R B, 5 P RiA Ekp EGH— Rl 1k 4k 2% 7
VA NIEREA MUY 258 1EAT [R) Y FE 41, FHpEGH
(MU ralf) & ORI, BEAT B PE SE IR 0 ik, 48 0d
30°CH;7748 h, fFBIHAR1-2 mmif) 5 50 B
T, WIE2. 230 CRIE AL EALR48 h, £
SRR BLL A BN E R, AT BE A B v
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1 CYP2D6EERBERVA ERPCRY IS =MERXE. 1: HIVA
KB 2—5: Hofth BRI B 6: 1 kb DNA ladder (100, 200,
300, 400, 500, 1000, 1500, 1600 bp).

2 FALPEMTRENESRRR . (MR bR
2530 30°CHEFR48 h, 15 EE 212 mm Y R TA.

ABCD EFGHM M

1000 bp
500 bp

§ 400 bp

300 bp

3 pEGH-CYP2D6EE4ARMIPCREBIXE. A—H: FiKiPCR
=), ¢ HEHER F BE S #E A pEGHEH IEFEHIPCRI™
AR M: 1 kb DNA ladder (100, 200, 300, 400, 500, 1000,
1500, 1600 bp).

B, e — e, NIX L v R SR USRS
HEAT FORIP CRYGAIE. FH 2 o B REd 19t H 1 O
DR B, i B M) e p E G HBORE I 84 AN Y H
JBL FRIPCRIAZMIZ 10 g/ LB b v e ik,
A LAF G PG B ) H BRI B SR B
53 AAp E GH IE#3% $2 1) ve [ Jseki P CR 1) 15 2
485 bp(IAFURIP CRAE FH (1) 2 5 804 1y 3 5|
W, 8% 11200 bp)) v B(KI3). A& EEISDS-
PAGE%#T: 100 g/L SDS-PAGE /R, BRI E%R]
Y258/ 52 A A Mg A H I 2k N 5 Bk pEGH

ALAJEZ LA
BRE A s Ae &
B homh b,
CYP2D6%& & #)
wH BB RE
A BB B HFY 258
EERAEF. L
RBERG TR
WR, A A F sk
PR K 69 32
A K .
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WiAEE M, M 1 B 4 GST-CYP2D6RIER M M 1 2 B 5 MSEOHWS.
BAFAEA, , IS B EIMSDS-PAGE. I+ SrpEGHZSH A
%Ygzz;fgg 94 000 M: E M bR (14 400, Pl B Y 258 TR LA
A R%«fé@ﬁ@ 20 000, 28500, 35000, 94000 HFalifk; 20 SpEGH-
e, #FM T 66200 ¢ 45000, 66 200, 94 000); 1: CYP2D6 5 40 5 by F iR
Y h WA B 45000 W HHERFBESGSTM, 66200 LY 258 B 2K L
# AR (LKM- 1) 4% ‘ 26 800)FEFHELA AL B S (LE, TEM R
A 4 R %ow. 4 Ea a3, s 35000 oo

28 500 + | M, FUNA10 500, BEEE EERPRAET
M, K INA37 300.

20 000

14 400

J&, &30 CRIFRMFLRE 15 T M Glutathione-
Sepharose 4B2lifk, 1538 KA — 4 IM,.2)
37 00011 4 8 1 (El4). 8 1A 0 B 8 v 6t
Rl 8 TR T 20 AT, 45 W RpEGH-CYP2D6 I
Tk G R T 4M 2137 000X REHE BT
CY P2D6RHE LI VU (14 7 2 1 4 (1415).
MALDI-TOF 5 i 8 [ 5 % 58 45 . 8 1 Mg
SUALFE S NN a- T -4-F2 I A RE R L AR FH, A
FET e EREMG, FIMALDI-TOFJRHEAY (Jb 5t
REEDR 23 Wil )43 A R AR H 1E B IK i SO B s . o
W AR [ ks SO i i Mas cot?E AR FRL
P b oy BT LESE. 3 A Lon 5 O B (L 4 &
JIE 2 e HCYP2D6HE . ELISAKIIZS 4 [V
F EALCY P2D6 [ G i 1 PE 2 A7 )3 51 43 )t 4t
LK M- 13044 BH 4 12 784 A TH 58 285 0 ok Bt 28 i
HEATELISAKI I, 26 M HILKM-14044FH ¥ M7
T2 SANIILE PN T H M, i B4
Te—BIFHPE. PILKM-15U44RBE P 2 B ATHAL BT
LKM-1HuARBH M 2 5 1 0 A LR, 22 v H
HYE 24 L(P<0.05).

3 111E

FEIRPRSE B, TR 4> ATH B 38 X Bt 46 4
PEPNEIATT ROV B, HORB0 . %552 ATHAE N
). AL, A7 IR S I T A0 AR R 1R
0 0 ) B BT 9 AT BE N ATH BB SR AL A8 )7
J5E HILKM-1H0 A 2R ATHER iE B fAD . 2
A ATH S M35 I PTLK M- 1R 1) 3 2250 BT
JR CLHE % A CYP2D6. It iiF SEHCY P2D6E
JEFE AN R T (¥ I B R HILK M- 15U AR HLAT AT
B0 (I BURAE . CYP2D6IIHT IR A7 58 AL F 7%
ORI E DA PR A" cYP2D6
B HL A WA R AT £ 257-269F1321-3515
BB, A I7E2 R ATH R K253 0] £ 70% A1
50% R BHPE RS 11373-38901410-429 5 4 it

i 28 1) P AN AN 5 L 1) A A — 28 BB
BEHILRM-1H AR, U5k, Klein et a1
Kerkar et al'™RiE T CYP2D6 Y — AN jis Pk
P7(193-212°5 ZFEIR), A4 I 7E2 R ATH A
R BHYE A3 5 70%F193%. 20054FImaoka
et al"RIE T CYP2D6I— AN FIRAL(1-146%5
BIEIR), Jy 2 R G IR R AL

H R I R A I 5T LK M- 1 F0 4k 5 5 1 &
S [ % G 58 ¢ 6 v (TLF) B BBE S 92 Wi B 92
(ELISA)"? 26N FHIIF 7k, STIFAG Jefty %
E AT A I W, DRI X & S ) RS T e AE
AR TAEHZ M. AFRWEEE 2 W, 242
YIR 2 i B AN AL B BILK M- 150k R
SEPEPUR I # R I A4k, PR R EELISA
Rl 7 vEAS ) T GEHET. H AT ELIS AL
TR PR % R IECYP2D6. JFAZ R ILH)
CPY2D6# [k = RAR I 1 B AL AE 1,
BRIVEE L, BrRAn geRgmaE vk, AR RIA
()8 1 2 AR AR R T, Ak R ST M WA AR U
IR ik, T LA 8 T CY P2D6 i 1
FAT T BR T B0 FLRZ R IE R TRATLLAT
cDNAVRA SRR, FRER S 19 v b AT Y.
(1) H LR, 280y B alifh 58 Ap EGHIL Ak
Pl BEY 258, t it TR IAYE Uk pEGH/CY P2D6,
HAEFAZ AN 13 B3Rk, B J5 4 SDS-PAGEH
VKAIWBY% e, 45 REZRELLRA HEAM AN
37 000(fih /& 126 000fIGSTHI11 000f)CY P2D6
WA, A RARNASHURCYP2D6
e JEUPE. B8 A 1 B S s M 98 RRAE I B
FES R, h BB B S R I R PR
W77k B85 17 Hem.
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Abstract

AIM: To study the immunostimulatory effect of
rAAV-AFP (recombinant adeno-associated virus
expressing a-fetoprotein antigen) transfection
on dendritic cells (DCs) derived from human
peripheral blood monocytes.

METHODS: Newly isolated dendritic cells were
infected with rAAV-AFP. The percentage of vi-
able DCs was observed by trypan blue exclusion
every 24 h. After transfection, the alterations
of surface markers on mature DCs, including
CD80, CD86, CD83, CD40, CD1a, HLA-DR and
o-fetoprotein (AFP), were detected by flow cy-
tometry. Meanwhile, *H-thymidine incorpora-
tion method was used to measure the capacity of
T-cell proliferation before and after transfection.

The specific killing activity of T cells was evalu-
ated by MTT assay.

RESULTS: About 77.7% mature DCs expressed
AFP protein. The viable DCs percentages and
surface marker expression showed no significant
changes after transfection (P > 0.05). Transfected
DCs still had strong potential of stimulating the
proliferation of T lymphatic cells, and there was
no significant difference between transfected
and non-transfected group (P > 0.05). Trans-
fected DCs were capable of inducing specific
killing effect on the target cells, and the activity
was significantly higher than those in the non-
transfected cells when the DCs and T cells were
mixed at the ratios of 80:1, 40:1, and 20:1 (35.5 +
55v520.6 +4.7,28.7+3.6 vs 153 £2.5;16.2 £ 2.8
v5 9.6 £1.8; all P <0.01).

CONCLUSION: AFP gene, which is carried by
recombinant adeno-associated virus, can be
transferred into DCs with high efficiency. The
function of mature DCs is not affected signifi-
cantly by AFP transfection.

Key Words: Recombinant adeno-associated virus;
Alpha fetoprotein; Dendritic cells; Gene transfec-
tion; Hepatocellular carcinoma

Liang Z, Luo RC, You CX, Zheng H. Infection of rAAV-
AFP enhances immunostimulatory effect of human
peripheral blood monocyte-derived dendritic cells. Shijie
Huaren Xiaohua Zazhi 2006,14(14):1362-1366

fiig

BEY: Wi AATRREGIIRG E LG4~
JRETAAV-AFP# 42 3t A9 ) o 347 4m i R TR
A 52K 4 B (DC) Je Ja k) 8 o Bk 4 %5 ve.

Fik: ArAAV-AFP# 434 H4DC; Sk
B J E MM KA E m Ak & i X Bl
¥ DC 4 @ 4--FCD80, CD86, CD83, CDA40,
CDla, HLA-DRZAFP#) %% ; 5 F°H-TdR#%
NGE M #5 2 AT ) DC R B ARk & 4m fe 38 74
B8 71 MTT i A DC#E 5-T4m i o 45 & k.

www.wjgnet.com



2, F. rAAV-AFPERR N INS M B ABIIRRINSIRIBIRIG R e RIAIAE

1363

R RADC 77.7%% K AFPE G, # &
mpeE 5 FE AR ADCE A L#n, 5 RiEEA
R E 2 F(P>0.05); 3G DCRRE IR
R AR E 3G TR AL ), S5 R A 4Ll
TR FW £ F(P>0.05), L TFF 470
A%, Bt e Fedetm e 80 1 1,40 1 1,20 : 1
i, 5oREFAARILH A BF £ F(35.5£5.5
vs 20.6+4.7,28.7+3.6 vs 15.3+£2.5; 162428
vs 9.641.8; ¥P<0.01).

it rAAVT A ZAFPAR AEDCY £k,
rAAV-AFP#: £ DCAT H 2h gk LA %A, BJ%
e B3,

XA EHRMRE; FIAER; WICRAEM, &
P e e, AT 4R

2H, DM, LTKS, . rAAV-AFPIER NSNS
IR RIRADIRIG R 2 RRBINEE. BREN BTG
2006;14(14):1362-1366
http:/Awww.wjgnet.com/1009-3079/14/1362.asp
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JH- 4 Jfa i (HC C)FE Dy — A IR 28 e o e 5 4
BRI 100 0 N A, I AERBEAE 2 44
5 T P S PR BRI R, AR IT B
DA ARG IR B I8 FH 1) 3Kl 1 B & 57 1) A,
SR (D C) BRI Ak T a2 I3 25 A% Lo HUAST 1T 8 A
i WG E EI(AFP) & G SR s ZE IR I
Ji, ARG ML AF PRSP RGE R [, 28 A v L
S LUK, AE2/3 (FTHC C R IR i v A7 T
O SCBRIRIE, AFPLEAR P BRI HITE 3 )% &R
gt JE 0 R SR AR D (TNF) % B He 32 4k
FREGTIRT, 1E R Gy I A HP R FE A, )
AR IR 1) A K AL, ARSI SIZEG I TIE SE, AFP
LB (R 235 43 e 40 M 1 2E KB A R A 6
T (rAAV )T RAE A A 72 B A i 5D CIR YT Bt
JR# AR, FA TR HrAAV-AFPH YD C, WALk HE
[R5 Y2 DC YR I HCCHEIL K B

1 MRRT5E

1.1 A4 AIM-VE;FZ# . RPMI 164085 7R
TANHEJE HEHIE HInvitrogen/Awl; EALA
A #-2(rhIL-2)0l B AL Ui A3 5 8 A |l AL
KL 0 v A i 4R 7% 1 - (rhGM-C SF)
AP AR A NANFE-4(rhIL-4)1 [
Promega/s v, MR IEH 1 - TNF-o) ) A i
A A B A R e, NABILYE W T JH I
3k, PE/FITCHRIC I 4T ACD80, CD86, CDS3,
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CD40, CD1a, HLA-DR, IgG 1 F I #5624 7
FITCHRC I BB ANAFPHIZEELiu Yong#4%
I *H-TARIW [ ERE Bt i IR A% 50T
Ficoll (1077 g/L)¥kEL 40 B 73 250 15 R T 3
PEA ], 2345 2 CIH H H AKyowa Hakko /A #l;
Bel-740240 M bk th A< 00 R AT X 40 i 05T
2 [E Becton Dickinson FACSCalibur; 3 A T1- 5%
A [EBackman/A &) 7 i EirAAV-AFP 36
VBT, O 2 5 2% e 5 DRV T b B AL, 7
T4 5 (F% DK R 1 X 107N 85 ki /L. DCHYIF
PRI N 5 RIS 4 ik, TR W
I Akt 35 TR 0 ) 10 25 3R A B A% 4 i
PLATM-V G ML 55 92 W &7 5, A6 FLAR (5F
2.5 mL), f£37°C, 50 mL/L CO 5% 540 il
4 h, 53 SIRAT G RE L AR EE A L, VG A i L
JIATrhGM-CSF, &% 8 X 10° U/L, AIM-VE
MG RFFRH2.5 mL, BHJE AL A 1X 10"
AP BEIURL/LIIr AAV-AFP Ar AAV-AFP-DC4,
I % — 4 A Ir AAV-AFP4] A N-rA AV-AFP-
DCH, 12 hjavEZ#fmieE, AR i se4a
FEFR, B59R3 AR, IINIL-4, Z9KRJE1X
10°U/L, 5 RA B, 6 RMATNF-a, &k
20 ng/L, 7 d DCAH M R4,

12 7k

1.2.1 rAAV-AFPDC 4 %k 6945 1 WAER IR 72
HIDC, LAMEIE BB, SRS L E I iR
ULV EUR R 40 i A S 0 Al e, H R DC
b,

1.2.2 R X 20 AT R IADC oy £ A AR %
7 dIIDC, T, MR E N =107, 43 HIHL
A HAS00 pLAn A &M E b, FHPESKFITC
FRCHIPT1A4 CHEF 40 min, PBSUE2YK, X
A0 WA A I A AV-AF PIE LD C A 1208 K
CD80, CD86, CD83, CD40, CDla, HLA-DR]
Fik.

1.2.3 Ak e dm i RO (MLR) B _F AR &b & i
3 % A R A RS SR, B A IR 2 X
10° U/LIfrhIL-2, 100 mL/L AABILiE[RPMI
16405575 T-37°C, 50 mL/L CO,F 577417,
FEDC UGS, TR I HE 40 i 7E37 °C Pl 1) g
%k, 37°C, 50 mL/L CO,W¥H30 minji, &7
IRPMI 164045242 U6 th 40 g, Fr3kdniudE N T
Y05 . 2 AU 3R7 difirAAV-AFP-DCZ LA
K F IR I T N-rAAV-AFP-DC41 {125 mg/
LN 234 FECAE3TCHFH 45 min, PBSYE3
W, FHAIM-VE;ZREERIF. 7 Ll2 X 10Y40, 1

AR G A 0

A A g E
Hugdee iy, AT
= AE A R
ADCYE G Xt
VRORELDAE RS
HA-F LB 445,
VAR & A e B
E AR RIS )
LR EHF P A
R T k.
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[ IR 30 R 1 DCREUHIFACSHHT (%, mean +SD, 7 = 5)
B 7T VAAFP4E 4
FF 9% K B % T A=

Fo Ik T ¥ B8
DCHE B, BA
) Ak R AR AR
g AR A IR

mi:RAEE
KA rAAV-AFP
HEDCH B —F
R T TAT
PEARIE, ALK R
A TleRkREE
L =

DC CD83 CD86 CD80 CD40 CDla HLA-DR
rAAV-AFP-DC 6.90+£290 87.72+6.00 6.97+2.65 37.21+£9.60 41.22+6.50 89.02 +8.04
N-rAAV-AFP-DC 765+3.21 90.75+351 7.29+2.03 40.12+6.86 43.06+10.97 88.88+6.29

X 10%4L. 5X 10 /4LF12.5X 10°/4L, #DCHIA96 ~—+ rAAV-AFP-DC

Uk h, SA%3AEIL, SN AT 100 [ —o— N-TAAV-ARP-DC

1 X 10°41 /4L, ZAARR 4200 L. 37°C, 50 mL/L 98

CO}59%96 h. & IERGFERAT18 hiI A’H-TdR, % <

WREEN3T MBQ/L, [ BEMk A AT A 4 96 -

JEEAL. WA, WA T B Ml dpm e, Jf i &

EORIMORACST, ST = (LA dpmii-AcAdpm |

)/Ch B A dpm (- A i 4 dpm ), &5 K H 3L 92 !

{HER. 1 3 5 7 9 11

1.2.4 CTLHE Gz mem 2 AFPE RIiLM
Bel-740241 H bk A #E 40 L, K4 B AR TR 40 i 7
PILH, 420 © 10 BINA25 mg/LIK 4248 £ Chh
HE M AIDCI A K974 dE RN 41, 448
Jei 5 A0 53 ) B R E 96 FL B TR (B 1 X 10
AL, ZN A0 MO FEE AN L3480 < 1, 40 1 1, 20 ¢
1, 10 © 153005 WAL 40 v 4, BEAS o fgil s
24L. 37°C, 50 mL/L COR5 -4 hiit 12 hi
IINEEHEE 205 mg/L MTT, k4056 h,
FUIMER AL SN EE100 wl, BES min)oBEFRIX
M570 nmPAMAME. RHE% = [1-5250FLAH
/(TH0 KA {E-+HE A0 LA {E)] X 100%, HCT- 34 1E.

Biit A8 SKHISPSS 10.048 1 AF AT
A, BdE Limean+ SDE IR, Kl . A%
S T 22 5 ) S 3 1

2 BR

2.1 DCHHEFUEA T4 FEBHMET,
rAAV-AFP-D CAJI PR+ ML D CHE KL FE 1 AR
b, $5F) AT W 2 B TR BEA i, 15 9R3 d)S
WL 5% 380 40 Jto 3 1 i LR SRR RE SR, A0 e 2 H W)
B2, WBIOR, RAERMNAEK, $5577 dF,
ST, A RTFAE K, AR, W L
R EIR S, I 5 N-rA AV-AFP-DCA ()3
A0 g b A 2 W) Gtk 25 1k 22 2 (P>0.05, [11).

2.2 rAAV-AFP £DCHT a9 5 & Ji 204l a4
I3 Wt AAV-AFPIE YD CHI AL i), AFPRHE4
13K 77 7%, Mg R Ui W AFPAEDC R A4
P IA B

2.3 RADCH R 54 FACSH HIF P ZHDC
K 5r WAk, o] W Ber AAV-AF PG X 54

t/d

B 1 rAAV-AFPXSEDCEDRAIFZIN.

12 - W rAAV-AFP-DC

B N-rAAV-AFP-DC

\ ' i ! '[
5 1:10 1:20 1:40

DC:T

10

T EEL ST
[e)}

2 AEADCERrAAV-AFPIEINEAR BSATRIRILIE ).

DCE A TG Mi(P>0.05, #1).

2.4 MLR® & rAAV-AFP-DC#4 5 N-rAAV-AFP-
DCA 2 [A] SUF TG . 3 11 72 53:(P>0.05, [¥12), 1R
FF R PRI B AT 4 1 5 1) R

2.5 CTL#& A 7EEL % Bel-740241 H AR 1 5473
K, rAAV-AFP-DCZ 5 N-rAAV-AFP-DC4H
Z AAERRAELE 80 1 1,40 ¢ 1,20 & 1IRFCTLE M
ZERH B FTEWP<0.01, %K2).

3171

BSR40 ML (D C) R 4k F g I3 25 A% 0 LAV
VEAERAZ B2 0. H e F4n g (HC C) i
TR SEVE USRS T R, T LAAE W T4 D C i
P A S B D 1) 2R A R AR T )
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+® 2 DCESHICTLENE (%, mean £ SD, 7 = 5) [ FACE L4
FURE ALK R

(rAAV): —# &
TR, LA

DC _ _ ek _ _ RAGE. R B
80 : 1 40 : 1 20 : 1 10 :1 Ay BAMRESG,
rAAV-AFP-DC 355+55° 287+3.6° 16228 105+23 H R R KA 5%
ER-EE A-F N

N-rAAV-AFP-DC  20.6+4.7 15.3+25 9.6+1.8 93+2.7 =
FRA, RAFA
A% )
®P<0.01 vs N=rAAV-AFP-DC4H. JF % R 8 BAR R

AT AFPHHCCZ ] 5¢ R AE T HEfti Al R

JEFAD CHE G iy Ja 1B 2 022, th oW S d

Bz —, B A
R A

e, BRE
GO, N AFPE TR AN MRS 7 EARIA R, s i & A S AN #fE AL AFPHLEIE N FHL D C %ﬁi%a@i’%
Sk oy > N s 44 S N — HLIN A A I AT
IEER A ALY, B FAFPIEST B FICTLAN B3 m T AL, UL R gwpemsnm
PSR R PR P ATV, S LAAFPEE A B4 AFPIHISLIE, DCIBItrA AV ARG L ity AFP #E.
SHBFAE AT B B, —FLRBECRSE  HISCPE I T 174
Jiti, Vollmer et a/"" i BAMA K T Fh T 41 M ZE P %
" 3 8 . = X
NKAFPIOSE IECTLICREE AR, B2t 4 BB
NN L N . ey 1 Semeniuk DJ, Boismenu R, Tam J, Weissenhofer W,
Ekﬁ/zﬂ{ﬁz{%uﬁf F)TU\AFPHEJ?JIUHCC%“# It Murgita RA. Evidence that immunosuppression
B vR Iy T R. F R B AR 40 i B s 2 is an intrinsic property of the alpha-fetoprotein
e Jore f N N R T g 2 molecule. Adv Exp Med Biol 1995; 383: 255-269
HDC, HAFPJG i H)FU KL S AT i 2 2 Ozoren N, El-Deiry WS. Cell surface Death Receptor
AR AFPI IR 1, Y nl s & signaling in normal and cancer cells. Semin Cancer
Jir >+[8-10] s Y A3 e H | Biol 2003; 13: 135-147
T%E@ﬁ‘,&&@ ) : %%#Dcﬁﬁéi/\ )? 3 Dudich E, Semenkova L, Gorbatova E, Dudich
Eﬁ E':] ¥E rﬁj‘@, i%\}?'_E’ E@)"‘E1ﬁi«+’%ﬁkﬂﬂ]}c&ﬁﬁ I, Khromykh L, Tatulov E, Grechko G, Sukhikh
R TT ). AFP-cDNA BLA% £ 1k 8 b e \ K F G. Growth-regulative activity of human alpha-
' N h - i i fetoprotein for different types of tumor and normal
/NEDCIIWETT CLHRAS T WA e g Je 12, cells. Tumour Biol 1998;19: 30-40
RO L B T SRk Ay 4 DXL FR. SRR H-220 KT R
PR AR L, VT 2R LRILIA e 3 S Ei 22
e, i ERe KW ERIE. MIILEME, A 5 Liu Y, Chiriva-Internati M, Grizzi F, Salati E,
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b st . -~ L/\ X of cytotoxic T-cell response against cervical cancer
Hh*ﬂ‘é%%%lix %EI'EQJ\‘E}L l%MHCﬁE%”/r/iF%%’TM_ E‘]ﬁl: cells by human papillomavirus type 16 E6 antigen
ST T 52 3 T k. T4 R S TR (r AAV) A gene delivery into human dendritic cells by an
) . o, . . adeno-associated virus vector. Cancer Gene Ther
JEA P EE R R R DRIR T 3 I IARR Rt 2 2001; 8: 948-957
_ A B = 1R PP, XU, MR, i, R A
MBUASUR ARSI R R R 6 PR O mgg@/@;ﬁﬁ;jﬁg L
u&%ﬁrﬁﬁa ‘&\ yj a = A‘L‘EE/ :ny-“ m NZE I IT T B (&5 NEV RS- NN
w e, BN R AT RS DGR T 1998; 5: 163-166
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B A 3A0, fetoprotein-specific genetic immunotherapy for
_ . hepatocellul i .C Res 1999; 59:
Liu or 2/ Ble A AV 545 LI 0 5 3(;36}238;; ular carcinoma. Cancer Res
BA46, (EDCEM A B IFFik, WHHFscogg 8 e, T/, R, BB, 24k @it
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Abstract

AIM: To quantitatively detect the bifidobacteria
in the fecal samples from infant rabbits by real-
time quantitative polymerase chain reaction
(RTQ-PCR).

METHODS: Genus-specific primer of bifidobac-
teria was designed for 165 rDNA-targeted PCR.
The standard curve of RTQ-PCR was generated
from a grade-dilution of plasmid DNA which
was cloned from PCR products and spectroscop-
ically quantified. Bacterial genome DNA in fecal
samples was extracted from the bifidobacteria-
fed rabbits and the controls for analysis by RTQ-
PCR, respectively.

RESULTS: Bifidobacteria was positive in both
groups of rabbit fecal samples. The level of bi-
fidobacteria in the bifidobacteria-fed rabbits
was significantly higher than that in the control

www.wjgnet.com

group (logarithm for the numbers of bifidobac-
teria per 0.05 g feces: 6.37 + 0.58 vs 5.18 £ 0.98, P
=0.004).

CONCLUSION: Real-time quantitative PCR can
accurately quantify the bifidobacteria in fecal
samples from infant rabbits.

Key Words: Real-time quantitative polymerase
chain reaction; Bifidobacteria; Feces

Chen JJ, Cai W. Real-Time Quantitative PCR procedure for
quantification of bifidobacteria in fecal samples from infant
rabbits. Shijie Huaren Xiaohua Zazhi 2006;14(14):1367-1371

LS
BHY: &R e %82 FPCRE AN L8 4)
£A48 N AT BAT 2 04T

Tk ARIE B ATE 16S IDNAF 5 3% 3 & 4
FHEF M1, vAEHPCR = 4 & 2 ) 0 ik
DNAA AR on, ZHIER T HEHFG &
AR LR, I AR IR AT B 40 e SUEAT ) R A 4
o S FA2 o 20 A L B ZADNA, A 2B 3 k2
FPCRIEARZ B/ AL T PAHATH 4T

LR MY RERNARBAFA N T LR
AR, SOHAT AR A410.05 giR E N A E
st #AEE AT B4 R EFH3(6.37£0.58 vs 5.18
+0.98, P =0.004).

Zif: S RAEFPCRY H 7T EMHTE %
B o 42 A WHATH K E.

FKEa): LR 5L E BPCR; XS H; 18

22, 20 L HTESPCRIDARINAN R ZEWNLITEBY
SERUEATY. RN 2006;14(14):1367-1371
http://www.wjgnet.com/1009-3079/14/1367 .asp

03I
AT B (Bifidobacteria)ffE Ay fH G 30 W i iE

mi %k #

H A (Bifi-
dobacterium) 2 3
TRHAEARZ
—, X SRR
T P 8 AT
AT R F
S, A TERFL
A& Fo i R ARAL
e Et AR
L TR
A IR A
H, BikEilikt
™, fERIE ARt K
e R o &
I, B
& FAR, T ER
A, BB R
Ao-F A FR
Raf g #tATEF
TR A EZR
ARR B B F
if & 2 FPCR
H K (real-time
quantitative PCR,
real-time Q-PCR)
AAmALRA
0 AR )T 5 A %
A A, R kiR
Kb k], AL
AT R
MARBET #0)ig
BRI H R ER
Bix - RAT
F I EARA
BB AF B H R F
DHT, A BARR
o I Fe s RS
RitAT T A A
k.
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lx'ili;fﬁfg;fﬁ EEMFEEER, KEEEFMESTE. £ ERI G N R It
x I 7 > N s 2 Ay >
Bks wma  UESPL. ST EIREZ T AEBAEH.

ARG, REES
MAESTFHE. 2
BEAT . ERF
% o @ 4G k284
JA, A il N eh
BB ER T H
PR T O Ak
I A= HUAK 09 12
K. Bt iiE
IAEE R LB
AT AT
WEFHHM, T
By EAAE i
Ak 77 @ 84 B 5
ARFREL K
S, AR,
ETE, FEN
SN AR RLE =
AR H. LA
A — R A
B WA A T i
P, F SO A 69
6 JR A ) AL A —
8 R R AR

0T T P ESCE R SOB AT B R AT R b =
ST, KBy BARRNE SRR AR 7 T TS
A EEE S BT RUEAT T AR, S
IERT AT 2 B IR AMERE R A A, A
S L2 A0 R AR TR Ah FRIAEE DR 3K RN R A
PEREI 2 WK, TH 4l R AT AN B L 52 S
T PN ) B RS, DAL R ST LR HE LA Ay s R
RS I H . JCHAE L5 sh W i wE 5 BT
ANBERE B A 8 S0 T B TR], M LS B
PSSR () RIHE R AR, A3 5 o0 A7 Mk LAREAT . S
9¢ 362 PCRE; R (real-time quantitative PCR,
real-time Q-PCR)HIF 41 17 5L 5 40 A% 1R 17 41 4
SR, A2 FIR S AT I BRI, A XS B
€ AT IER A TR R AR, AN SO S 2R X
— AR TS5 4 A ST A SUBAT TR ) R )
Hr, A S 5T B T R R R N FH BEAT T 428
MR,

1 MRADE

11 A XUBCAT B R T 18080 0 5 38 SBT3
(Bifidobacterium adolescentis), FLIT 1 4T Bk
JREFUAT W (Lactobacillis plantarum), X H L
AT TR 2 AW B 9IS T, R AT A1 B R
H ARG 41 R 5. F 50l BUE A SUECH B R RTR
0.05 g FHYIAEEHTHEH$0.05 ¢v KWt
W 721 mL, FHTakaraZll &5 KN 4IDNA
/N gl AR 5 £ (Takara MiniBEST Bacterial Ge-
nomic DNA Extraction Kit, &R EH) 2 7))l
P40 B SL N 4IDNA, T-20 C LR AT

1.2 7k

1.2.1 PCR3| ##+i% 3t 2 Malinen er a/'™ il
WA XU AT 1 16S rDN AKE R 3 41 B v 1R X
FFB @ HEPCRY I 51 )% (genium-specific
primers), JF7EBLASTEK % (www.ncbi.nlm.nih.
gov/BLAST)N LLXT 5147 81 e e 1, b R iE
S HI WAL, 510%) b B R B A d AR )
AR 2> )

1.2.2 31 s34 b IR ARFE I AIDN A fil
PEBGEATH MPCRIXN: 50 uLARUEPCR MY 14
%, 10X PCR Buffer 5 uL, 25 mmol/L Mg* 3 pL,
10 mmol/L dNTPg 1 uL, 25umol/L_E FiiF514)
%1 uL, DNAR1 uL , 5 U/uL Tag DNA Poly
merase(Promega)0.5 pL , ddH,0 37.5 pL. XM
ZeAF: 94°CAZMES min; JEFR357K: 94°CANE40 s,

S|y 3l (5'-3) TENL KE (bp)

Bifidob' GATTCTGGCTCAGGATGAACG Im26 21
Bifido3' CGGGTGCTI'CCCACTTTCATG Im3 21

IREREEZE, SA. G C. THIITELRN.

55°CiRk20 s, 72°CHEAHI1 min 15 s; 72°C LA
5 min. JT43 % MPCR [ W T-PTC-100™ Program-
mable Thermal Controller(MJ Research INC.)_I i3t
7. HI g/LIR B AR B E I F vk 23 TP CRYT 3
¥), LADNA Marker DL2000(Takara) 731 A%
#E, 7£1428 bpAb N i /ny 4 X Ay

1.2.3 ShARAE o0 ) & XU B P CR™ ) £
Sz R A A H DN A A BE, 5pGEM-T#
R(Promega)i& 4z, ¥ WE.coli DHSa#AZ 24
Jf1, Vol S 4y B FURIDNA, HI4 4N e B v 1
260 nmillA{E, # 5B BRAMRAE S 1)H DEL
418.321 23 X 10"/L, F T E bR Hh£E.

1.2.4 A7 KRR B AR HE S 1015 R B
B, AEHTERL107-10%8 DU/L; 1% F 904 AF kAT
SR 96 BEPCRINY, RVAAFR20 pL: 10
XPCR Buffer 2 puL, 25 mmol/L Mg*" 2 uL,
10 mmol/L dNTPg 0.5 uL, 25 mmol/L_E R
51¥%0.25 uL, DNA#IHR1 pL , SU/UL Taq
f#(Promega)0.25 uL , 20XSYBR Green I
0.5 pL, ddH,0 13.25 pL. N4 95 CAE
3 min; fEFF407%: 95 CAEE40 s, 61 CIRK2S s,
72°CHEMHT min 20 s; FEAFISTC 0 s(20°C/s),
70°C 15 s(20°C/s), 95°CO s(0.1°C/s), ¥A4140°C
30 s(20°C/s), ATfg St 96 € P CR XV 7E
LightCycler(Roche) 31T

1.2.5 S3exd & 20 2 60 (108 4 == 4y S b il o
BCIE A 10 L. BUB AT BRI 20 10 L, IEH
X A T 1 AR A SR T d, KR B R v 4 B
AP IEH R BZET ddb, 9 HSE FEANWEE
J SR L (URE)/ ST B W 5 A T B P 24 4
PRI 03 A7 B2 2 ) 7 i, 507 J 5 7 U AT 1
TEH0.5X 10%).

1.2.6 #om k4R S0 HE 8 R M LI H ¥ SR (T i 4
AR BRI AE, T4 CORAE, FEACKRER
24 h Pl SEAE P 40 1R K 2 DNA.

1.2.7 #8422 FREL0.05 gltd€, M TakaraZil#
FERADNA/N 4R £ (Takara MiniBEST
Bacterial Genomic DNA Extraction Kit)fli#23%{#
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4 3 2 1

1428 bp

B 1 ERREBXE. 1: Marker; 2: B, 3: FUHE; 40 K
WHFeA.

12.0

11.0-
10.0- _——
T 5ol 7
T so
7.0 /
(0] /
S 60 /
& 5.0 w /o /1 )10t e —
§ 4.0 /10
= 3.0 /
5 %37 / ///
C 104 . L
0.0 — S
10

L e e
0 2 4 6 810 12 14 16 18 20 22 24 26 28 30 32 34 36 3840

Cycle Number

B 2 10-104EEVERIBEIE 53 aE xR E.

P 4 R R KT ALDNA, 1-20°C fR A7
1.2.8 #f duilm] AR S DN AR % 5 bR
T il 2 o1 4% BT 170 1 5 . A4 3 0 e B 4% A 04T
SEI 5 R FEPCR Y, A3 VK SIZ 50 #1818 [ 456 1
FBRAE S AR IE, BN FE S A3 AN FAT E AL, B
RAIE S50 B0 1 A7 50

St AbER B B 5 NSPSS10.0%k
P, R ZRSE B Dimean + SDE R, KA K
L 4 18] 22 53] LLP<0.051F AT 4E i1 2% 2 R (1)
PR,

2 BR

2.1 PCRZ= %7 FH11 g/LISR BBl ke i ik o
HT B FRE R ZIDN AR P CRY 474, LIDNA
Marker DL2000 (Takara) k43T briE, XU
B R PRI 4 DN ATE 1428 bpht s 18—
I (K1), S5AHCSCER[ R IEW) &, TS
T AR I B 2 S ZH DN AR DL $8847) [X A

2.2 3G S R Aok TR B FEROR 0 S bR Uk
st A BE PR BEA T 52 1N 16 o FEPCR Y, 1) 443
F107-10*~4% VLI ASASAG PR 0 9650 5 ¢ &
FI(K2), T Al bR RRPCR N (G A H(cy-
cle number), YL AL bR LR DNAXUEE 5 SYBRGreen
PR A JE SO BE(FL), MBI LG

www. wjgnet.com

Cycle Number

20 25 30 35 40 45 50 5560 65 7.0 7.5
Log Concentration

3 RRATEiTEHLE.

LG (B%/0.05 gi@3E) mean+SD  PH

[EENRA
UM EIRITH

5.18+0.98 0.004
6.37 +£0.58

HH A R #5 DL ASE AR B A9 1 K 1, 9t
S B T A, AR BUR ALY B S 2k
FETPAT, BT “SPE 2087, Fa i 5 A
B8 DL 58 BABUE I —— X N R RIERL T
WU AT B R PR S At A 386 gl 2 mT L/ &2
100 B A5 A7 REAE 1 i 28 A 1, 10 I 122 S I 58 o
5 1 PCRASTIN XU T B B AT B L PR AU

2.3 AR 2 (B 3) LAAS [ HE DU BH AR (1)
X H R R AR AR, DAPCR Nt 2 21IA 26 Y6 B
(R 0T) 46 06 A A (C 1) A DA b 1 380 B0 AT 581 14 b
VR, g AR INRE B ) SO R T R T
SERTIN 2 bR UE.

2.4 W AE4)SBmE BV S2 9¢
I EPCRIR N1 5 1, =W el ¥4 51
SR i, v AL Rl ot e s 0, U BT
Y)¥—, 5 SYBRGreen a4 Rl 45 411 Hbx
DNA T B, BUF Mgk % 1 7€ HAa I i A% o i B
PRSI H L

2.5 M MHATH 69X BER ORI
DUHSCHR ) 3 o CHff 55 bt i 4 LA 3, S ¢
Y52 mPCRAX LightCycler n] Sl 1L AL P (I Light-
CyclerSoftwarelb B 445 t g T 45 . P4 S
360 G S P S AT 1T S i R L2, R LI R
T L 2 FROUUISE AT Ty W] £ 288 T Py RSO AT 1 75
AR B E G2 2 5

3 e
A% 45 1) R A T A 00 v A 356 1 Al R T R &S
S EFERUAE YA SRR AL, AR R IR B
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24
22
20
181
16
1.4 4
121
101
0.8
> %“

044 ; et

0.2

Fluorescence-d (F1)/dT

0.0
-0.2
-0.4

t/°C
4 FIGFYpSRGE.

ZRESE TR W TFHORSEEL, Hod f ) =2
NP BRI ) AP FUEREEI B BRI RE AN
AR S M B VR TR AR 55 22 T DS 2= 5 i, A DU 2K I
e, A Rk Z R A SRR, Ho2R I 2R ),
THECAKE A, 8 Ve BRI T S I 2l
PCRAGA S LLAUBAT 1168 rDNAZ i35 K45 5+
DX IRIAZ IR 741 b S il Rk, i3 19, ZPCRY™
B, g S YOG Rl EE A, R ONE S
R0 5 S B I B4 BT ). HRil<s TPCRIF
FBUHE AT A € TR Al A s, Al By
Mréd R RE o, MU, An, R AR
FA MR AR G T AR GRS I Ty IR BB,
H 1 TPCRY™ B A4 53 A 1) 4 aok Rt 2 A
B T HEAT, IS, R T G
g, P TR,

ARSI SR Y S I 5O 58 B P CRAL AN S5
LIRS A R XUEFF BRTBEAT AN, SIZ I 5 5
PCRJ N4 F (3 BERIRAL NS T I N i 2h 5 15
EH . Hh PO deRISYBRGreen 1 11T H]
WEE AR R N 2, WRSYBRGreen 111
WRPEIAR AL TG 5 ARG B AIG, XK
5 DR S T BECVAAS Y, TISYBRGreen [ 7
R BER, SCRAIHIPCRIR MY, FEIEPCRR 4K
2 IR I P I YR ) i E SYBR Green |
TEAZAR R P IR B 2 B2 R 0.5 X, AN DASE B 7
TR (1) AR AR it DA RS AT Al 1) 47 04 ot e w] WL/ 2
1004~ A5 BA PR il 2 A e, B0 R A ik 104
W, [AI - TSYBRGreen [ 5 DNAXUEE AR
SRS A, b 51— SRR 5 SYBRGreen
25 G000 7 AL R P I 5 R, S50 38 Ol
i 384 1) 7 s 28 b 61°C, I ad i Rk ith 22
SIATIAIE T A

T T T T T T T T T T T T T T T T T T T T T T 1
70.0 71.0 72.0 73.0 74.0 75.0 76.0 77.0 78.0 79.0 80.0 81.0 82.0 83.0 84.0 85.0 86.0 87.0 88.0 89.0 90.0 91.0 92.0 93.0

PRAE h 2 2 B E R 2 AR E, T AR
74 it A JSE PR 0 D00 A e 4 ot 2 7 A7 ) i
R I 5T 0 OCHE. BEAE SR O BIPCR ™)
FLARAR SRR 1K) 5 B AR TR AL (A7 AE AN

B L, SRIGHEHUTORL, 20k 5 B RN 4% D14
Yo, 9Bl T HERLE B, HATRRR E R, TR
K TR ERAT, K56 SE I 24 6 7 # P C R ARl
FE I, BT TR E R IE 2%, TR
SR, RIS R T Fr v i 2 1 2 5 PEAG

AR SE26 ) FH S I 2 0 o B P C R AT i 41
TG 22 4l Y A0 T R SUBFT B HEAT T T,
W10 R IRAE 5 A SR B TR (R =l e 254
LRI S 0 45 SR 38 B BH P, B R R Sz i
G I 7E HEP C RELAS S5 B ) W i P KU AT 1]
HEAT 52 B A3 W A2 AT AT 1AL Bl 28 00 AT B ML A 401
FIUVIE 8 6 20 R DAL, W) X005 AT 1 i L 3 Y
RO AT B B R E 6 AL T, A R
HAT R E MG 23 3, A shWis s i+ i
PEWFFCHRAL T SER A

SR % A FE P CREG ARSI T X R AT 147
B F7 T A SE I AT, R E— DR sE
5K S RN i T R R P A e I B A5 AR AR B4R
BET AT ARSI T B, BLAT R AF (1 SR BT ST RN
15 A . FH 114 T 55
BT b K FAGHFRRFRATRK
AR E A T AT # %
8k

4 ZEE

1 Malinen E, Kassinen A, Rinttila T, Palva A.
Comparison of real-time PCR with SYBR Green I
or 5'-nuclease assays and dot-blot hybridization
with rDNA-targeted oligonucleotide probes
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in quantification of selected faecal bacteria. 3 Hopkins MJ, Sharp R, Macfarlane GT. Variation in
Microbiology 2003; 149: 269-277 human intestinal microbiota with age. Dig Liver Dis
Satokari RM, Vaughan EE, Akkermans AD, 2002; 34 Suppl 2: S12-518

Saarela M, de Vos WM. Bifidobacterial diversity = 4 McCracken V], Simpson JM, Mackie RI, Gaskins

in human feces detected by genus-specific PCR
and denaturing gradient gel electrophoresis. Appl
Environ Microbiol 2001; 67: 504-513

HR. Molecular ecological analysis of dietary
and antibiotic-induced alterations of the mouse
intestinal microbiota. | Nutr 2001; 131: 1862-1870
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£ 5%

TR (AR AEAE) R “LRKITI2” @ RO R B —ME B &, Wil gl E4F
IR L B AERL, TSR 5O T BERR (RN B15), Sl iR sk, BAERR T

ERUS AT T

AN NFEACE3.5 em X 5 emff A —5K)

TEAGEH (AR E TS TAESA . F80 Bl HUaRR. Hilib, Pr7EA . E-mail)

0 515 120 2 1097 3 KE(0; 4 [ 1121 (A

ISSN 1009-3079 CN 14-1260/R 20064 A V- TH: 5L 5 5 27 2= i 4t
) ‘ﬁ%,ﬁ, )

Hitb %

AHRR (HEFRE A ZE) 20065 B E “ Bk Gas” L, RIRERMEA. W8 RIS IR BT E AR

RTTUE BRI 2258, FRATTFAZRI 25 A A 2 B R B A, S o R R . SRR U
2h I R R R B DIBR A

055

1RO 11 J5U B, 1.2 38 VAIE; 1.3 38k 1.4 2598, 1.5 Sutl

24545

308 3.1 JRAUE; 3.2 PRI A 3.3 £ HHTT

4 B3k
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| L s

H SRR A, AP
2 1 4k Fe S
RGN HLEF
BRI R . AV
KA —RKEME
SRk, EAYZ
W ok 5 % g5 9A
o E R
A, w TR BT
% Sy Ae A P
R % a0 &
AR, — RS, 4R
W LR T T
T W5 Bk A S 9%
AR, LiE¥
e bk E 2l AR 04 3%
-G SANNE T ]
AL Tafaw 4
. NK & id %
VA B E v ta R
P e e 6 AL
s 122, &
TR Kk S A
W — %7 %k &
2% B AL 6 AL ) I
FERFHE. KA
VESE S S
BF 5 — A H T
FR ST N AL R T
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JA B
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Abstract

AIM: To investigate the effect of a new opioid
peptide, YPFPGPIRYG, on the opioid receptor
and peptide transporter gene of brain and small
intestinal tissues via gastrointestinal tracts at
transcription level.

METHODS: Twenty-four mice were randomly
divided into opioid group (1 = 12) and control
group (n = 12), which were fed with 8x107 mol/
L YPFPGPIRYG and double distilled water, re-
spectively, for 2 wk. The total RNA was extract-
ed from the brain and small intestinal tissues of
mice for the detection of p-, 3-opioid receptor
and peptide transporters PepT1 gene expression
by reverse transcription-polymerase chain reac-
tion (RT-PCR).

RESULTS: In the brain and small intestinal tis-
sues, p- and d-opioid receptor transcripts were
detected, while peptide transporter PepT1 was
only found to be expressed in the small intestine.
In comparison with those in the controls, the ex-
pression of p- and §-opioid receptor were signifi-
cantly enhanced in the small intestine (P < 0.05),
but not in the brain, and PepT1 gene expression
was not changed in the intestinal tissues of mice
treated with YPFPGPIRYG.

CONCLUSION: Opioid receptor expression has
tissue specificity. The immunomodulatory ef-
fects of opioid YPFPGPIRYG do not attribute
to the interaction with the opioid receptors in
central nervous system (CNS), but with §- and
p-opioid receptor in small intestine.

Key Words: Opioid peptide; Mice; Brain; Small
intestine; Opioid receptor; Peptide transporters;
Gene transcription

Han F, Shi YH, Le GW, Zheng JL, Liu Y. Effect of a new
opioid peptide on opioid receptor and peptide transporter
gene of brain and small intestinal tissues in mice. Shijie
Huaren Xiaohua Zazhi 2006,14(14):1372-1376

ik 2

BHEY: M3 FR-FHER — A3 6 58RI K AR
YPFPGPIRY G4 § i 1% 42 55/ R s 28 42 e
DS FRLALAT P AR Fe Bk A5 13 AR B 69 %A,

Fik: 24320 AL AT R RS A0 =
12)Fe 3t BLh(n = 12), AR T R R A
#18 X107 mol/L#j 7T } ik 52 YPFPGPIRY G
Fa 3 FEAR(E G 2B, R E LR A2 wk.
PR R 8 e N B 4L 2289 B RNA,
RT-PCRAEM T | 24k, ST R ke ik 453
H AR PepT1 mRNA# T AL L.

R DR MIRAE PR HﬂLJ%]_uFEI}ﬁL Z RIS
M7 ki 2 ARmRNA#) £ A, 1257 K pk28/ R 5 *
RBLAAAL, RRLE L P uIT B 2 AR F ST R AR
mRNA® F %A T DR AP R A
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T i AR 8T R ke ik 4512 K PepTl
mRNA# F A, BT R A28 R B el
R AR AT B 2 AmRNA#) R ik 5 2 a0
AR B LA (P<0.05), bk 15 B kPepTl]
mRNA# F & 5 3 B LA AR Y% £ 7.

ZE D RMB P R R A
B B 09 L0 245 7k, T 5 AKYPFPGPIRY GAF
DR AEZRAT R A BT E PR Z AL L
8T R RS R ARAER, LT a5 Ly
SARIT B ZARLE AR ARV

KERT: FB R RK; AN B ANBELR; B R AR Bk
HiEEg R ER

Bk, BFEIE, REFE, MER, XE. —FPHTEgF BRI AN
M NRBLPTF SARFNRICEARERDZIN. HRENEK

Z¥i5 2006;14(14):1372-1376
http://www.wjgnet.com/1009-3079/14/1372.asp

03I

VEZ R, P2 N 2 W F0 G 3% 3R 48 2 A4
BB R, Mg ih e — 2 EYmtt 2
Jik, EANEE Py 430 5 G 1 T POl AR,
T BT R JK i 7 G 88 3 A 1R YT R BIF 9 48 2 1) Aol
) W 2N NN W R 7 S TP ()
A7 G 32 TR T, 05 5% M AR E5L 40 R £ 194 B
I BUARIG =4, TN A0 . NKA Gt
DA K [ g 00 e 3% e AT 40 A ) R e 2554, (B
&, BB RS T AR R A G RS AR
(AL IR AE SR ANYE 2. BT 5 JORCAE A4 P A7 B 4
(BT 524k, Bl 52 R )8 T G ER TR I A2 44, &
RILHIZARBIE AT LA Ay 8 = KR, 4h
JEB Py WA by — Rl IR, REAS DL SE 210 /N oy F
JHTE 2 W SO I B T A 4% At P e 98 05 4 D 2
JRA e BRI, 5 AN B BRI, — W b
0 M Y RRR 2R 8, 5 — AN A& W b R 4 R I 2 i
J. B/ K e A B RIR 25 168 L 1 JER A 12 4
APepT1HE AN L 41 Y. PepT1/ZEKEF )
[ AR I KA, EEAE A RIE,
U O A P s . 3 e g L bR 512 56
B, B RO G g SR GE IR 1 VE W Jep SN
i Ry B2 AR, — S oY SR, E— A
N, WA Sh I, vk, 0 ) S 1
H, 852 A sh 7 1A fasie b /e Y, it HLOG
TBT 52 4k 5 G g2 KH DG IR E F A /DT, IRt
MTMIE R 557K -, FIFHRT-PCR 7 i, W 5¢—Ff
B AN e R 8 I i i A0 /I R P i A
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MRS AE, 83U L IR I2 3 {APepTI
mRNA=E AR LML, LY B A flons
/N AR BRI T A B,

1 #RRT5E

1.1 A 4-5JEEE R & RRIRI/N A R (14-18 g),
B VL 95 A4 R 5 B P b 3R AL B 5 JERRE
(YPFPGPIRY G) Ny &K TR AR RE R 8 )G, &
Oy A IRAGY., WS EFM-MLYV, dATP, dTTP,
dCTP, dGTP, RNAJFHIHI7)(40 MU/L), TLRNA
FFHIDNARE, Promega’s 7 7= h; Taq DNAZ
B, Trizolil i, BBIA ] /™ ili; PCRARE, H3%
W) TREAE] A BN, Sigma’s \ P i
DEPC(HHR — 4HE), Amresco/A a7, RT-
PCR5|Y, biFHE A5 EE R BEARAT B 7 5 .
1.2 7k 245/, BENLA A4, 124,
43 ) kg 0t FEZEL AN AR AL, 1 R A
HIAROK &R, B K455 mL/ R EEROK, 4 H 5
fR8:005 /K, FLAE il ALK i B 5 JER A i
YPFPGPIRY G(i#K /% }8 X 107 mol/L), /) fli%E4:
W2 wk. &HE25°C, HRDGH. 45 2557 R
TETAG S ORI, 4 Lh FR AR5 /N KK
VR INBA] 7 JRAE sy, /s RO 46 R 3 W A8 1) B 9%
S5 (LA T8 £ 40 e P 185 58 S AR A 2% ¢ 4R
FR)(P<0.05), H .

Trizo Ha I H2 B2 2K/ Bl I /)8 Jig 2H 211
ERNA, AR W46 B TH XA RN ABEAT &
5, RT-PCRAZ I BT Fr 52 44 . 8B Fy 52 A& Fik
HIZH APepT1 mRNAWFKILE. PCRY Wil
KHoligo6.0: pbil 524k 514%: LiE5191(P1):
5' TGGTC GTGGC TGTAT TTATT 3', Fifi5l
YI(P2): 5' CGATT GTGGA GGAAG TTGG 3,
202 bp; SF T AZAk514): P1: 5" ACATT GCTGT
CTGCC ATCCT 3', P2: 5 GGCTG CGGTC
CTTCT CCTT 3, 327 bp; kg @& APepT1
514: P1: 5 CCAAA GGCAG TCCAA GAT
3', P2: 5' GCAAT GACCT CCAGA ACAA 3/,
324 bp; actin-specific(WLEIE A5I4)): P1: 5
GAGGG AAATC GTGCG TGAC 3', P2: §'
GCTGG AAGGT GGACA GTGAG 3, 447 bp.
ERNAMFRIBCRIZEAE: 43 3 UG B 2 A S 56 41
100-200 mglffix 4LZAANG, TNBEAT TA 16
1 mL TrizolfJ&)H 28, fEKB R 5HK,
RIGHENLS mLE L&, UKD EES min,
MIA0.2 mL CCl,, FIZIHRGIRS), VKK i
5 min, 12 000 r/minZ0x30 s, B EZKAHF—

WA B A %
BT B XY R A
Gy A AR A
T B KK 4
L
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R BHILS mLELOE T, IIAN0.5 mLy: NEE, T2 20
YPFPGPIRYG # . R . N
—pai k. & i-20CiFE30 min, 8000 r/minf.210 min, FF 1.8
o ?*ﬂtz oo L, YUEMTS0 mLALZBEYERS, 8000 r/min " T
8 TAAUH. B30 s, 72 B, EEUECE, 130 min. i 12
A50 pLIIDEPCIK, 75°C/Ki#10-15 min, fff 5107
RNAV, B3 ERNAFEIUH. o
1.2.1 #H#FRAF £—0.5 mLELE T IMA 04
IRk SMRNA, 5 pg; Rnasin (40 MU/L) 021
0.0 -

0.5 pL; 20 pmol/L Oligo (dT) 4 uL. 75°C/K#%
5 min, 37°C/K¥#10 min, {555 SR HE IR,
PN W FikF): Rnasin (40 MU/L) 0.5 uL; 5
XRTZEM 5 pL; ANTPs (10 mmol/L) 2 uL;
M-MLV¥ 8 55200 MU/L) 1 pL, JIDEPCAL
HERAE S AR RARBUN2S L, TR
VRA, 37°C/KHES0 min. 95°C, 5 minZ ik ©,
R B0, BT UK BT RIEATPCRY B k-20°C
TRAF.
1.2.2 PCRE & {E—0.5 mLAH [ Eppendorf
s A Rk 10 X PCR Buffer (%715 mmol/L
MgCl,) 5 pL; dNTPs (10 mmol/L) 1 uL; Actin’|
WY, wh SRS | ) (S BT v Z2 R 5 1 ) EiPep T
S E10 wWL(&FS I EH100 pmol/L);
cDNA 2 uL; TagDNAZ G EE(S MU/L) 0.5 L,
TG B ZE K AT AR TR 50 wL, SR 5 D 44
FIE30 pL, Ei T LA L. PCRIV %
4 94°CAZPE2 min; 94°C 45 s, 55°C 45 s, 72°C
1 min, 27ME3; 72°CEEM10 min; 774-20°C
TRAT-
1.2.3 B fx b 7k PCR™KHHEBGL (4, RN I
FLEREE N6 pL (5 uL PCRA“H+1 pL_AFELE
M. SR BRI E 1.5 /L, HLIKZE M
NTBE. HUER121 'V, HU102 mA, HLIKES A
50 min. $1 R AEDEER AR R Gi(Biolmaging
systems). & T A HImage Acquisitionfll
Analysis Software.Ver.45.

it A 3R N S ASHE i I AE AT Si it
Ab TR

2 R

2.1 R IR AT B 2 ARRT-PCR% R
/N S PRD o ZH 2R rh ks 38047 il 1 52 A mRNA ) 42
ik, ORI BT K S B AR L, pbiT 52
AmRNAMFRIEEA L), DRt
R F AT pbil Fr 32 AmRN AL IE. K i
B JOK 5 0 HRAL AR LY, /N BRUPRT /N i v ST 52 44
mRNA [ 5 B 249 58(P<0.01)(12).

control sample

1 NERAE LRI R 2 actin PCRYTIGLER. 1: PCR
Marker; 2: %HIBZH; 3: [ FriKEESLAE; B: acting M: pfi] Fr 244,
rl: actin; r2: HKE‘”:‘F”;" ZIS; r2/rlE\'U?Epﬁﬂ)ﬁ‘%ﬁhnI{NAEd\ﬁ
KRR AR Tactinfl N &

control

sample

2
PCR Marker; 2: %41, 3: il Fy BRRESLAL; B: acting M: pfil
AZ{A: 11t acting 12 uﬁﬂﬁ‘%fﬁ\, r2/r1Eﬂ?Ep|§ﬂH*§"{¢\mRNAE
/NG INIZZHZR AR FractinfIF2A & "P<0.05 vs control.

INEE/NBR R BT A AR actin PCRYTIBLER. 1:

2.2 R AR TN ST R £ ARRT-PCR%
R /AN B i 2H 2 A U 2047 8By 52 AmRN A
(IS, KA BT R ik, 7 BUZESEIOH2 wk
Ja, BT HAAH L, B IR/ BRI R ZH 2R P S
BT F 32 A m RN AR 208 B AR A R A (E13). 7
SRS/ i TS U B SB Fr 32 AmRN AR Rk,
X REZAAR EL, BT IR /I B R /N i v S BT 52 A4
mRNA 1335 12 3 Y 9 (P<0.05)(£14).

2.3 DNRD I kA E B ARPep Tl mRNAK A 69
Fee /N B/ g bR B TR 18 AR Pep T
mRNARIZL. YOK P InBT ik, s IEZER
2wk, SXRRAUARLE, BT Tkl /N BRI i
HPepT1 mRNAFIFIE 55X AIAH I 22 R A
F(P>0.05)(5).

3 1he
actindit A& —F K K Kl (housekeeping gene), 7F
Pk N H Ak s A AR E, AR
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1.0 - | PXEE L
16 09 | a 1 BT R &R FT
14 os T Rk A2 4R 1 7 AR
' BT AR, T
0.7 1 W2 TGE
0.6 | GRFRZAR, TA
Z 05 4 by ZARARE T
= 04 | A A 8. k=

KEA.

031 2 MK E R4
02 1 PepT1: PepT1s&
0.1 4 KHERAIGEE
0.0 - aREK, £ R

control

sample

3
PCR Marker; 2: X HEZH; 3: ] R 44 B: acting D: §F[
2z Zrk; rl: actin; 2: 5\§@)ﬂy‘%f¢\, r2/rl Hﬂ:}“ﬁéﬁqﬂ‘%ﬁimRNAﬁ
/N NIRRT Fractin I FRA .

INERANLB R PSPI A 2R Mactin PCRYIBLER. 1:

KEREBAAM I IE KT, 1658 BEmRNAZRIE
SRS TP B I AE AR, BLVH BREEHUSRNA
N} T EURE it 22 D i B 8 22 . FRAT FactindE Y
B, XK S BT RFE S YPFPGPIRY G, /)
BRUIELEH2 wkia, /N RN L B 52 R F
J T8 K38 AR EAT T 8 ERT-PCRIASK. A
RIS L5 BRI, = R BB 2k (ns $Flk
AR EEAE PRI RGRIE! . Wittert et
al" IR AT S FEFR W, KR i 412 =R
F Ik AR k. Gaveriaux et al"[RF5T 45
FEIR, NH/N B 22 =B 52 A4
WA RIS, SAICRI, FABT R I 5ig i Ak
A2 M v LA S B sukbi F A2 AR SR R
R 0B 5 1 R A (B B2 A P RO T B, 7
AT A2 IS ARSI A g R I, N BRI AL
2 e ] BT BT RS2 R RSB 52 AAm RN AT R
ik, HARYOK G Ik by s, e B4 AR ik
FE b 2070 BRI A 2 Bl e 52 AR RS BT 52
mRNAFFIEEA Z2 5. TRESE TR0 ICRE
YPFPGPIRY G758 AR, Afeid ik i fix 57
s L5 o 8 P49 By 52 A4 R AR A L, BRI AR K s
TR By K, /0 B 2 2R e ] 52 AR ST 5%
PAmRNA R IE AR WAL, 11 A TR R B 70
R, 4K AER s BRFE & Y PEPGPIRY G,
ANRIEELEH2 wkis, /AN RV 2 A BEER bR A
RAET BB (EE R AR K R). LGS
RHH, B BKYPFPGPIRY GXf /) Bl Fe i A
FAAS T 5 AR A 2 R IR F 32 AR 45
RIEAER.

ARSI SRR, /N BN TR A ]
A SR AR IR 12 8 /APepT1 mRNA

www. wjgnet.com

control sample

4 NENBHERFIR ZEMactin PCRYIZLER. 1:
PCR Marker; 2: % JEZH; 3: Bl IKEESLZH; B: acting D: S
24 1l acting 12: 8P A2 A r2/r I HIHRSIT A2 AmR NATE
/NERUIRZHZR AR Tractn Y 8 . P<0.05 vs control.

2.0
1.8
1.6 -
1.4 4
1.2 4

control

sample

5
PCR marker; 2: X]LEG?H 3: |§ﬂ)fy‘ﬂ}\ﬁéﬂﬁl_yfﬁ, B: actin; P: PepT1;

INEB/NBRKEE T EL A PepT1R]actin PCRYIZLER. 1:

rl: actin; r2: miﬂ)#iﬁk r2/r1H“jHETp|§ﬂ
A AR Tactinfly 22N &

SZRMRNALE/ N

{1k, Fei er al' " WF0 4 K o/ BTN Y
WA IR IS 3 AARPep T RIE. WK -8 ki A
K, ANROESEH2 wka, BT R4/ BN
() By 52 AR RSB 32 AR m RN A 1) ik 5 0] i
YUAHELEA S B, FLBT 5 R4k 12 2 fkPepT1
mRNA [R5 5 A AR L BT 22 5. B EAEST
SERULH, B A BKYPFPGPIRY G it 5/ b
(RIS FI ST 52 A4 45 45 R A AR BRAR 15 4 H.

DL R4 SR W, B AT DAAE AN [ 41 2R
AR JZ R R WA BT 52 R IR DR, A6 K
P R R AIE, JE R ERT  IK)iZ 1 2R
I RE.

4 ZEXE

1 Johnson HM, Smith EM, Torres BA, Blalock JE.
Regulation of the in vitro antibody response by
neuroendocrine hormones. Proc Natl Acad Sci USA
1982; 79: 4171-4174

2 Livnat S, Felten SY, Carlson SL, Bellinger DL,
Felten DL. Involvement of peripheral and

KA P Rk, £
B A A 55
a4 &k,
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Abstract
AIM: To investigate the role of ORL1 (opioid
receptor-like 1) receptor in the colon movement.

METHODS: The test for tension of colonic muscle
strips in vitro and the colonic myoelectrical activi-
ty in vivo as well as the charcoal suspension push-
ing test were performed to evaluate the effect of
orphanin FQ (OFQ) on the motility of colon.

RESULTS: NOFQ (1-1000 nmol/L) caused
an immediate tonic contraction in the isolated
colon in a concentration-dependent manner. In
anesthetized rats, intravenous administration of
OFQ (1 pg/kg) caused phasic contractions in
the proximal colon (t = 2.41, P = 0.02), and this
contraction was not inhibited by classical opioid
receptor antagonist, naloxone. Subcutaneous
administration of OFQ (3 nmol/kg) accelerated
the colonic transit of charcoal suspension in vivo

www.wjgnet.com

(48.0+1.24 vs43.5+£2.63, t =-4.5, P = 0.008).

CONCLUSION: OFQ is a brain-gut peptide and
plays a role in the modulation of gastrointestinal
functions.

Key Words: Nociceptin/Orphanin FQ; Opioid; Ten-
sion of muscle; Colonic motility; Enteric nervous
system

Li HY, Li DX, Yan X, Peng SY, Cui L, Cao JM. Effects of
orphanin FQ on colonic motility of rat. Shijie Huaren
Xiaohua Zazhi.2006,14(14):1377-1381

RS
BB 35T IR AR AR A 45 B 32 3 P e AR R

Fik R KR BRI ATk,
PREE I LE M E . R RS RIE S AT T IK
K AR 0 ) R B R —— IR AR K R4
W 2h 1 09w ea.

ZE B 3R9EAK(1-1000 nmol/L)F| Z 4R b 43
HT B AR L5 I LA 04 3R AL S INERR(1 pg/
k@) ivik S AR L 5% 25 1 64 AB A P M 45 e 25 2
3K A 3 dm( = 2.41, P = 0.02); IK"EAK(3 nmol/
kg)schmit &b 5 ik a8 d 45 e #4152 (48.0 £
1.24 vs 43.5+2.63,¢=-4.5,P = 0.008).

25 I RRB L — AP 2 ag T R AR
A-F- 0GP ik KR 4 W 6K 45 A dEiE ) INE
PRSI A B Re AR T — 4R,

FE@1E): INHERK; B F; LBk T7; 5BA3h 11; B E 245

TRk E6S. T8 ZRR EWN BxE. IO
KW KB ERNIINGSZD DI BEREANBURTE
2006;14(14):1377-1381

http: //www.wjgnet.com/1009-3079/14/1377.asp

03I

fIKHEIK (orphanin FQ/nociceptin), HF#ROFQ/N, +&
KT | 52K FE(opioid receptor like 1, ORL1)3Z 4K
(0 A PR AR, R A I8 A DL AE SLORLIZZ A4

n¥E %4

IRk Bk & — b B
PRI W R
MK, 5% e R
AR B & T e
K. B W iE AR
G N
ey F B AR
A%, B LE
R IR IR AT R
Fhah ) 6%,
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WA #H A L

AR I ZERIEE: N
vk Bk fE 25 B 0G A
BhHREFAT —
et B,
i & e ]
INE AR 2 AR )
) 2 FE A A G
RN
THA —E A%,

mRNAJ 2 T E 2 H, HAE T
PR 22 45 P 59 D A A O I AZ I b oy A e
P, TR AT SR IR (A 97 Kk 22 S T Ath #E 95
D T TR . AR, Tl EOR L B2 44,
PIOHE SR AR o] g ma B plepaind 52, £5E8 . HE A
ACAZEREY, ISR A T e, B s Eh )
Aoy A T AE 1 RV M5 28 S iR BT e Bk - ik e
JR AL B TR, (R AT Jo A L A2k R GeA 3k
T ANE B LU A LR 0 45 5l i, Al B
RYAE L AT AR H W B X 50 3h 7
F Jr S o 0 X g s ol A1) 8 M S F ST
SR L ARV IR R AR R g, A, SR
MR PR A AR 8 1) B R Bk —#F J& T o i Ik, Ao
VAT W T T e Y AR AT e R E
R Dhae R ik, H R It
75 8 Wt v 1) o0 A FI T RERIEFT 1 /D WA sz 56
PLIE S F 5 A JR O K B 25 B 3 g iy s, sk
— L IEOFQ/N-ORLI R4t 5 45 lh5h )1 &
AL G R, ARSI b, FRAT TR T FIOHE A B
A 6T 25 fig > LK 07 0 55 Wi AN AA I 6T &5 i
W2 RN I R 250

1 4RI

114 fi e Wistar K L3074 iT5250-350 g,
MEMESF-, 22 N R 22 S0 ) B b4,
TR FRIAEE R R I8 TR : 23 £2°C, A6
55%+5%, HHdEE. K. ZIRFATE ALK
24 h. fHEFLOFQ(1-17), OFQ(1-13), OFQ(1-12)
FMIOFQ(1-11) M, [Nphe'INC(1-13)NH, ¥
22 INR 2 AR A B B AR S S HLRE 5L 50 = 48
At ghis . TTX(tetrodotoxin)y [ Sigma /s ).
1.27% %

1.2 1 B LE M RO R G (MERRE 25 1) 8 Bl A B
o B SR T 2, e ).
) i B ) L 1) R S AL ZRORD L A, PR o) B
Jo 5 N3 B I 4 4% 1.5 em X 1.0 em ¥
PIENE. B E THREE R . %
TS B R K reb'si: NaCl 119 mmol/L;
KCI 4.7 mmol/L; MgSO, 1.5 mmol/L; KH,PO,
1.2 mmol/L; CaCl, 2.5 mmol/L; NaHCO,
25 mmol/L; B§11.1 mmol/L. W% 1E IR
ar, DREFIRBEAE37°C, FREEIE: 950 mI/L O,A!
50 mL/L CO,. W44 11 gsk i far, £&
L4 RO 90 min, B30 min®ES mindfil
—K, J560 min®E15 mindfdl— VK. A2RTEIL
S EERFET10° mol/LIIH I HAH (carbachol)

oh DU A8 L o (1 1 B KU I R A 2K ). R H
BL-420E B4 00 1 5 4b B R S (F il 4 B BB A
BRA T RAE S T Edh. W22y A & wh 46
RIS, $EHTS min AN, MEEL5P0N
WERK 52 ma iy, 2599082075 minfn N, AHERK$E
W10 minfA. ZIX45 245 105% 10 min, B
De4k 3620 minf5 T4 T — Ry —Fh 2y
W, FEPURI T AL TAERE AT FUF 10 min.
T RIS IUHEIR BT 52 00 3 (electrical field
stimulation, EFS)4 |2 [k il 5 iz 1 (1 WL A e 4,
FEAT BROCAE R FUAL HE 115 L F LU TEFSH|
LU AW 4E. EF ST MR IR Ak B30 33y 25 i
W45 10 min. RIS EL: PE9E: 0.5-1 ms, SRS
Y/min, LR 60 V. @R . RIS IAE
Krebs# i A1 HL 37 8 FE I
1.2.2 kB K 2049 45 i B A= et K H Taniguchi
et al""eRTHER R 7k, SHUKNRL, 256524 h, H
ST (87 mg/kg)WRINE, N8 IE T IR, 1T i 45
¥ 1) S5 JE T AR N, FEL AR R P ) 8 o 2 1 SR PR UL )
W e, IR I NATHERR T pe/k gfa i SRAE Mk &b
LTS B 1 A8 4, T — #4304 A
37°C. OFQXJ 4l i3l )y e AT AR K Bl 5 S
R, BFBB20 mingh 25—k, SRR AR A
JRAT10 minids N, A58 4 R0 R 4145 B 14 50K
B, 232 NS CRF IR 47 ) FHOF QA (S 46 41
73), FHEUEREEGR & : 87 mg/kg), MEIEH T
JI5. AHEIK3 nmol/kg scfi 75 S48 11 E i 1 1 v
il NIENT00 g/LITEPER BT mL, XJE.
1 hJiE K SREHE R AR FE, ST ZIHCH 4345, Dl
4 R ORHERE IR 5 K s K, TR i
1B = UK IR B/ 45 14 K X 100%.
Gt R Hmean+ SDER, K
FISPSS 10.04¢ vH43 A 40160 v ST AEAS IR e
B0 3 WA R 20 5 S A 2 ) 9 2 5, B DR 3R 2
3BT (ANOVA) LLE A [R5 2 O F QA B 4445 iy
LAk T IAS TR S, XUllow = 0.05 0 &b 5 EAG:
5 7K HE.

24%5R

2.1 B AR R ANHEJR 51 B 1 4 L 4%
(10 37 BV 5 TP ) W i R A A BE Y A
(46 8, B — A K IR a4 R R
A A SR . BT A I AR T RN A R AR AR AR
1-1000 nmol/LI¥J5 il P A& 7] & g iy (1B 1).
1 % IHE K (1000 nmol/L) R4 [ AN fig
BB E (1} 10° mol/L)FrfsHu(E2A), IFA
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A A mia £#BE
| Wash I NC 1x10°® | Wash 1 mH#. FiE%
t NC 1x10° ) AERALAE
2 L B 2 2/K/min 2 L B 2 2K /min ’ ’fh%“:/a 2004; 12:
3 BA(E: 163 ¢ e Al 238 ¢ AOFQ (10° mol/L) Jl g 21772180
128005 o0 1\ 0.45 g 28008 o 1. 050 ¢ t TTX (10°° mol/L) 1 min 2 B, R R
SEIE: 0.97 S 1.07 g 4G NF AR
B ARALR JALA]
BRI B oh
| Wash | Wash E 5L AR
PRI R . AR i A 2
t NC 1x107 t NC 1x10° . _ 366-369
SL W 2. 20k /min S’L W5 2 2/%/min EFS t OFQ EFS 3 ?zﬁ‘?{,?ﬁ"—,l
& okt 215 Sl Bkf263g S IR
128005 o076 4 128005 ) 85 FEXRE it ey
S 1.23 g THA(E: 1.38 ¢ | PR S
B C1 Proximal colon v E E R PRI
2005; 26: 318-320
B b WMW 4 Fifpk AR
a ERR LS T R 4R
@ 1.2 €2 Dpistal colon ESME IR
Euu I 5 i 2005;
B 0.87 25: 177-180
g JO.S g
h 0.41 i 1 min
OFQ 10" M
O 1x10°  1x10°  1x107  1x10° o
WREE (mol/L) 3 OFQXMEAZIAANZAWER. A: TTXAAEIBNL R ARE
SR — P RIUEE; B: XS ERERS A KR E ARG IZAL
B 1 IMHEEAK (1-1000 nmol/L)3 IREBALSARAN 223K 733810,

A: FEEIMERRIR EH S S RN &Tk DN, B: FIEMR
. 2<0.05, °P<0.01 vs 1 X 10™° mol/L.

A

t NALOXONE t NC 1x10° t Wash
128.00 s
B

“"“‘“'"“'"“""d“‘”“‘”‘f NC 1x10° LA

t Nphe 1x10°® t Wash

128.00 s

B 2 49EEIR0INphe INC(1-13)NH, (1 x 10~° mol/L)RAgisH
IRHEBK (1 x 107 mol/L)S R BIALSIAANFIK DHVIEH0. A: 44
V& T; B: [Nphe' INC(1—13)NH, .

RE 58 44 [Nphe INC(1-13)NH, i 15 Fi (&12B).
[Nphe INC(1-13)NH, #% A hy A& 2 445K Bl fizg Fi
7N BRSSP I JA 52 A4 PR A R 2 (0
oA, AHLEAWGTH 28 [Nphe INC(1-13)NH,
F BN RE 5 | B S 1 5 e i i ELG AICHE IR 5
S5 AR TGP RIBON. AT A A AT
JERC P09 e s o Ao 22 3 B A B A Bl R A S —
AN WUIR RN, 78T T XAF A6 1A 3 T A
5T ANHERR SRS . &5 BT TX SR K
B4 I L% 1 B R WA e 15 58, 6 T T XA AE 1)
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A TE TN, CL: S (REE AR o — R
WIS AR EERE RN R C2: IR B RS N4 oo
LA A F R T RS R

A B
PRV, T ng "W"WWWM ng
A t A

1 min 1 min

OFQ (1 pg/kg) Y& OFQ (1 ug/kg)

4 FNEERREVGEIARNL. A: JEIRT pg/kg. ivils SABRIT
I IIOARGENCAE; B: AR A REFE TN ERR VI SR
It RIRR RN,

0L N OF QAN fig 51 ke 3 3k — 25 e 4 (13 A),
J HOF QXoJ H sl i | ke 1) K Bl 45 i Wi 4 G P i
S (EI13B). OF QIS4 1 HIAEA [ 1) 45 o °F
WA R A AR K s T —A Kk
W45 B R AR S B (BI3C T, /R, — 2614
IR T — AN IR 22 I B Ui e 4 S5 PR AT S K 11
AHAL N (E13C2).

2.2 REER R & R p Ae iz GE(1 mg/ke),
Vi T T BRI K SR ity 45 1 110 A A7 A 5 4 0 3
filigk i, XM VE F AT A 4R iE 300 pg/kg
SEASEUY. HEIR(1 pg/kg), ivE AT S RREE K
BT 3 45 1 PR AE S PR ML 4 (14 ), 55 MEAN (3] )
J2e, DICHE R I 2500 AN BE Bl 49035 W T H5 U (1 4B).
PIUHERK(3 nmol/kg)schli T 45 W M HEHE (%),
(48.0£1.24 vs 43.5+2.63, ¢ =-4.5, P = 0.008).
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FE I BIHEAY %

— AR i
IR, H— A
akitar, &R
TAE, i A

B ARk, Lk, A HE A IR 2 A
Wy, 16 N3 AT 7 o ) SO R A B VS
TN, 3K g3 (1 sk T PR X S A A
Sh B AR PO P ] A 0 ok 500 i 14 2% >
A5 LG (EE dn gk g Al 4 ) i 4
FH AN RS A 3 i (R 4 . B e )L RS |
ECUAIEK J7+ AHAL G TS 0, (H BT F ok 12 45 i
Beiz. HBnzh I IE IR s A T8 0 7L
sk SE A TG Bh B, SECT BTN
Wi TR, Bt R G S g s, i
PICHE JEA 2 — P B () g Ao 2836 . AR 9 o 9
ok 5 1 5 e 5t P WL 4% F o B F e L FAC 4
A Y BE T R 4 . S D 1) A T N AT
RAYAE1-1000 nmol/LIFI3E il P & 71 B AR
(1), OF QIS4 I AEAS A (1) 45 i ~F- 1 WL
FAEATAN: KB R T — A K G i 4
IR AR SV (FI3CT), /R, el BR T
— AT O% RS AR WA B R A S K TR AR A7 R
(FE3C2). HALHIATREE— B9, 727N BRI
J T V2R R H T A e . T DA
fE 15, ARIMOFQSZ /R AY n] e 5| 45 ik
A FTE .

PICHE R 15 5 110 125 4% 45 i 1 50 4 0 28 S TR o
S ARFE DTN AN W A7 AE 1O Dl AN s e (]
2A). R T S A I ) A S 2 T
P AT B A A A EL B L RN,
FETTX K 25, — P geql S RHBRD) A7 A2
TEDL RS T ANHEITR S RS e 4. 455 i TTX 5]
1R K B 45 W L 4% 1) 1 R WAC 4 e 398 i, 3K 2 el
FTTXHGY T 0 e 22 30 B (R R, %A
o2 3 1% 6 4% 0 S UL DA 400 ) VLR P 9 . I
HATTXAAAE RS FOFQARES I s it — 2
(e (3 A). T% 2828 WL B AIME TR 3 IRl 4
P UBUE VAR RN TR /A UL A R EZ DO S BT
550 R IR oE 45 B — 2 PICHE K i 2Rk AL
) 22 AT A~ WL BT ik 32 AKOR LT
SR E A AE T B i, Rk, MK 5
(10 25 Ak &5 1~ WL g e 4 A TR I T P p 48
4P IFORLIBZAAA 1)

SRS AT LA IHERK (1000 nmol/L)
(UL 205 5 I AS BE A M5 I (1 X 10 mol/L) I it
PU, IRAEESE 4% [Nphe INC(1-13)NH, BT i bt
(K12B). [Nphe'INC(1-13)NH, % #\ b J& B A
J S IR0 R0 70 BRUAADRS 5  AS (R IO S 52 44k 11
IEFRPEMFS IR, B KRS SO sl
U, LEAMF T Sk s At A2 K B 45 i Hp I ik A2

B S 1) 45 R W i EL X ICHE I 5 S 10 485 B W 4
TCHNEIN . 33X — A A KA 7] 1 1 FH 58 3 A6 A
[ 1) 2H 2R i) e SE AN TR PR AICHE ik 32 R0 784 . 7
MVDHIGPIH CLARIEOF QX Ht 37 il 4 5 i i L
PR AT FRI RN, A S 1Ok, OF QL
SRS | A ) K B &5 e i JE A Yk s el (1613B). 71
GPIF, OFQ(1 X107 mol/L)f¢fEF ST K
B[] i B4 A 4 9 2> 0%, AE K BRI bt A A
[ 40 1) 2 i FLgE— 25 7 . An O F QT i
EFSH L 1K BRI [ HIA ch R R B, #1R
FEAMBIEF ST 1K B 45 A P H]A ch i B iU
J¥. OFQ I HIHIEFSI /1N UK 5 (M VD) il 4
BANE , AELASH ) SR RS A IR, X U AR )
ANTRIZEAff 22 O F QI AR BEAE FH 7 THI & A TE 22 11).
117 L, OF Qe HELAK B A4 22 3afs o 101 20 I s X 3
FREFRPER, B AR T Mgk UF, OF QX B HJH
T 3 Ao £ 320 O 4D 0 S0 007 A2 A Al 1
I, OFQI¥IAE FIALHIFIAE F A 55 7 73 i fr A [
DX 35k R e A BT AN [F).

POHERKT pe/kg, ivalifs SRR A BRI ity 45
Fr R R W 4 (B4 A, BICHERR 110 2550 7 A e Ak 4h
T TS HT(EI4B). 4% S Ry FH AICHE IR 7 RIS
K BRI i 45 T 1R JUL PRI WAC46, WAC 4 s I D BT
AR B 3 T 1 JOA 2 A ) PRl /K1 L B it n T At
(RN, RV R TR U1 AL AS e o 58 A HEBR
&8 P ICHE IR 35 A4 17 D0 A1 R S 45 T 1)
W . T8 I 4 R TR G T A S RN
VAR, T 320 3 445 g 2 TR RNl L 245 ). AUk
T 3T ity R 2 ity 45 i R4 L TR 2R AN R ). (e T
ity &% iy 6 B S AHAL PRI AR (R HE AR IR IE B, 1
1326 Uiy 5 W 5 25 | i iR W A, A o] TR e
HHiZ 5. Takahashi et a/®""Eim AR BT o
OFQ(1 ng/kg. perminute) /5T [ K FRl 45 i W i e
Bireactive blue 2(P, M Z PRFE G W] B F5 T,
Wi A O F Qud ik 1311 P Y5 12 AT P AN &5 Jl WL I 4o &8
DA IR S R 28 TR R TR R, AT LR 4
WA, & B OF QPE FH T 1 W v R4 ofi
BHMATE EIOFQAZ A, FIHIATPRIR I, M
17 5 | S K B 45 B FR L2 (M4 . Takahashi e a/™
F)FEAE G A T 2R, AHERK(0.01-3 nmol/
kg)iv A7) AR P 1 T 2 3 K R &5 Tl i
4, FreivilHERK(1 nmol/kg. perminute) g HE
HKA(100 nmol/kg. perminute)/EiT i 4515 T T
AH IR (PSR AH, AR Hp S R v 45 i, JLC 4 i
PR 5 A AN (R AICHE R 5 5 1) B R e 4 AN b 58
) 4 Wiz i 3 B A, SR AR 1 )
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DAL R E R A RT BE A TN OFIVIPA T 1K R AT
PEET K, SRR MR TE i, 118 25 iz

OF QU4 o iy ie 4 i HL N ekt 45 ¥ 1) e 3z
HR T BIoRORLIZAKAAAE T B IiEsb, 45 Rik
WFFIXFE— A% OFQAEL sl Jihile 7 —
€A TEAE . OF QLT T2 B (T fikz.
AT R Y 25 I Y. OF QX 45 sl 7111
S PR A S N R8T 45 3l g B dig ]
REAT Y. VB —MERINM S IR R S, IHERK
2BV )2 R WIOR L1 32 M40 8 771) 5%
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Abstract

AIM: To observe the expression of cyclooxy-
genase-2 (COX-2) and investigate the effects of
COX-2 inhibitor, celecoxib, on the proliferation
and apoptosis of hepatocarcinoma cells.

METHODS: The expression of COX-2 was de-
tected by immunohistochemistry and reverse
transcription polymerase chain reaction (RT-
PCR). The effect of celecoxib on the growth of
hepatocarcinoma cells (HepG, and Bel-7402)
were evaluated by MTT assay and changes
proliferation cell nuclear antigen (PCNA). The
apoptosis of hepatocarcinoma cells induced by
celecoxib and P-gp expression were detected by
electron microscopy and flow cytometry. The ex-
pression of Survivin was analyzed by RT-PCR.

RESULTS: Celecoxib inhibited the growth and
induced apoptosis of hepatocarcinoma cells
in a time- and concentration-dependent man-
ner. The inhibitory rates for HepG, cells were
70.98% £ 0.67% and 47.93% + 1.08% after the
cells were exposed to 200 and 100 pmol/L cele-
coxib, respectively, for 48 h, and 45.51% + 1.35%
and 14.35% + 1.55% for 24 h; while the rates for
Bel-7402 cells were 57.29% + 0.67% and 43.84% +
0.86% for 48 h, and 34.35% * 0.63% and 15.35% *
0.88% for 24 h (all P < 0.01). Substantial apopto-
sis was revealed by increment of apoptotic body
under electron microscopy. After treatment with
100 pmol/L celecoxib for 24, 48, 72 and 96 h,
the apoptosis rates of HepG, cells were 12.2% *
2.44%,4.0% +1.67%,20.4% + 4.38%, and 57.9% *
5.74%, respectively, while those of Bel-7402 cells
were 3.0% +1.05%, 18.5% +3.51%, 29.3% £ 3.25%,
and 48.4% * 4.77%, respectively, which were
significantly different from those in the controls.
The percentage of G,/G, phase cells was mark-
edly increased (HepG,: 44.17% +1.01%, 59.60% +
0.61%, 62.7% * 1.22%; Bel-7402: 47.80% * 0.41%,
58.60% + 0.46%, 78.40% + 1.95%; at 24, 48, and
72 h, respectively) in comparison with that of
the controls (P < 0.01). COX-2 protein expression
was obviously lower in HepG, cells than that
in Bel-7402 cells. PCNA expression was greatly
lessened after celecoxib treatment. COX-2 and
Survivin were down-regulated by celecoxib, but
not linearly correlated. MDR1/P-gp expression
was reduced or changed little as time went by
after celecoxib treatment.

CONCLUSION: COX-2 inhibitor, celecoxib,
inhibits the proliferation and induces the apop-
tosis of hepatocarcinoma cells in vitro a time-
and concentration-dependent manner by down-
regulating the expression of COX-2 and Sur-
vivin. COX-2 is correlated with MDR/P-gp and
Survivin expression.

Key Words: Cyclooxygenase-2; Hepatocarcinoma;
celecoxib; Survivin; Multi-drug resistance
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- KT R A2 Bl ERET, Suviving B 1 4 v 1y
1 it 25 L EESOE R

BHH: LKA A BF-2(cyclooxygenase-2,
COX-2) &I & m o F ik, #IFTCOX-24p 4
7 celecoxibx AT & 4m i35 78 A= 8 T 69 AF .

ik SR mpF . HEH RS R
& (RT-PCR) 7 %A % COX-2f2 /T J& 4m Rl Ak
Wk ik MTTHELERCOX-247 %) 7 x4 I 5% 4a
RL3G 75 649 %ok E S AR RO X m AL 2K
celecoxibimF FHF B m LA —/E R . i
J8 H0 #9 % 70 EMDR1/P-gp & ik 89 T AL; ART-
PCR 7 i%#- | Survivin mRNA 25 4 4L 22 )5 & ik
o T AL,

Z5R: celecoxibAT AT J& m fedp k1 3G 74, 55 A
T 2 B ) Ao A IR B, celecoxibtf A HepG,
48 hAp ) % 470.98%+0.67% (200 pmol/L).

47.93%+1.08% (100 pmol/L); Bel-7402%
57.29%+0.67% (200 pmol/L). 43.84%+
0.86% (100 umol/L); FIAFREA24EF20 h,
HepG,#45.51%+1.35% (200 pmol/L),
14.35%+1.55% (100 pmol/L); Bel-7402 1
#34.35%+0.63% (200 pmol/L), 15.35%+
0.88% (100 pmol/L), 7R Bl KA B R EAE R
B 18] A8 KL 3 22 £ +(P<0.01); 100 umol/L
celecoxibtf 124, 48, 72, 96 h&y I & 2 feL A
R A 12.2%+2.44%, 4.0%+1.67%, 20.4%
+4.38%, 57.9%+5.74% (HepG,)#23.0% +
1.05%, 18.5%+3.51%, 29.3%+3.25%, 48.4%
+4.77% (Bel-7402), 5F R aia A B %
£ (P<0.01); MBI H AL, G/G,H
LY 38, 24, 48, 72 ha A A 44.17%
+1.01%, 59.60%+0.61%, 62.7%+1.22%
(HepG,)#747.80% £ 0.41%, 58.60% +0.46%,
78.40%+1.95% (Bel-7402), L5 x4 28 pb 45
A BE £ F(P<0.01); 3 BLEPCNAK G KL
ERRMAM(+++), 25 M5 kAR5, HF
KB 1a) 32 K 23 HepG, PCOX-2%éd &
R R 55 TBel-7402, 2432 5 R A R
Bl. SurvivinE & m ik P 25 KA KA,
celecoxib¥E 48 hmRNA.R A ZEE, W72 h
J& F KK XA LIt mARAT R mie F &
celecoxib4: #2 /5, MDR1/P-gp & ik F KAk a9 4
#4(Bel-7402), H A KK LR @(HepG,).

518 COX-247#4) Ml celecoxibik s 2 I & 2m
RO 32 5% 0 2m FEL A A ) LA ) &L B R) AR
7 NAPH ta R Xg 5h, SR TR T, A% dn e B B
L T G,/S#. COX-25P-gp, Survivink ik %
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W Al (cyclooxygenase, COX) &A= VU R
T BT A1 R 2% 1) B g, 532 ) i B COX- 1R 5
FRICOX-2H M Koy g, 22 B IR 20 23 Mo AR b 1%
F= 1R 4l Ak H COX-2 2 Ry AR R S, St
FAER WoR, COX-2RHES Y T 41 s he A
PR TR, 1T A G SR AN A R L U
ToE R SRR R A RIERREY), Kk
it PRI GTC O X-25% JH-Jis 4 el 1) 384 581 K A 1 1)
A P AT A ) e S AT TR N H e 4 ok
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e 240 6 85 L RO T R Y R FHEAT T AR DG B
TS, IEILHLHIEAT 7418 R

1 SRIASEA
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#£37°C, 50 mL/L CO4%1F F, TRPMI 1640%%
(100 mL/LFT A4 1), BL2.5 g/LIFER
FIf. 0.2 g/L EDTAHfL, 448, celecoxib(dt
HE AR IF R O AR, BLIE K &5 R
Bt %0.2 mol/L, -20°C{&f£), Mi4f(cisplatin,
DDP)(WI AR FF & HI 25 A=, o2k 2 Eh K
P 25 1ML WA AP U 2 R 100 4% 235, -20°C AR 4%),
MTT(SigmaX d)), Pt ACOX-251fk. MHTA
PCNA(proliferating cell nuclear antigen, PCNA)
Pitk. SABCAH & DABE a5 & (i
DAY TREA R AR, HIEESP-gp
mAb. F HIR 7GR (FITC)AR L 4T iIgG
mAb(Immunotech;/™” i), Trizol. M-MuLv ase-.
Taq DNARGH . W% RNVAAZR . PCRIMNY
R &R . DEPC(_ L EY) TREH R A T]).

1.2 7%

1.2.1 MTTR &% AP 4l X 104y /FLEfh 1
96fLIR ', 1 mL/LLFEAMREE, REFIR I B34~
SAL, BB B R B A R B oK S 1)
E0 AR AN RIS 8] S I AMT T (5 /L),
4 B REAR A DO I S70 nm(S %K

A, Rt 2h
My oy AR F
WM, PEYW
TR AT, R
Jy A R e 04 17
M. B AT R G
SR IR B A
Wit o7 de k., WAt
HAUH), AT
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COX-2, Survivin
% P-gp £ COX-2
47 4] 7 celecoxib
73 I n e B
TP Rk
TR AR EZAER
A LA RIS

KAl 2. JHIR(IR) = b A -5 41A
{EL)/CRF FRALA -5 T 41A ) X 100%.

1.2.2 %% 2A1LSABCH K PCNA [IBHMEY (A
A% R RS O B G, COX-28 (B MEG 1
hy TR 8 S A . SR 2 A i AR
P v L BH A 40 2 (DT B 04 A B L T
HE, <5%HK04F, 6%-30% 41757, 31%-70% 4247,
=70% A 3455)FBHPE 40 f 5 (72 FE G R 0
Sy BT, 153 R85BT, 29> R BHYE, 343k iEBH
PEYIrld 4y, MR bR Z AE0-14 4“7, 2
GYA AT 3407 R AT 5-608 0 “Htt
€T ST JRARIE, T = T
Rik.

1.2.3 AR 2 A 41 LAAS [R5 24540 7
IWF 24, 48, 72, 96 h, FEI WA MY, PBSAUE
—Hr ez B o TR 4 S s A i B
B AT EL ] . T3 L R P-gp iR I
1.2.4 RT-PCR % #:) IF % 48 fLCOX-2 A= Survivin
mRNAF L AR 25 W) 1 R Jia 0 JH 968 40
AN S RNA. 51#): B-actin(7“#317 bp):
5-ATCATGTTTGAGACCTTCAACA-3', 5'-CA
TCTCTTGCTCGAAGTCCA-3'; Survivin(* 4
243 bp): 5-~AAGGCAGTGGCCTAAATCCT-3',
5'-CACCCTGCAGCTCTATGACA-3'; COX-2(/*
#1531 bp): 5~AAGCCTTCTCTAACCTCTCC-3',
5-TAAGCACATCGCATACTCTG-3". %
VbW HEAT 15 S A48 INPCRA=410 pLH
K, CBAMT IR R EHE BT b B,
RAF & UK S RO G FEE (X)), HB-actinff)i
TCEEAHAE N NS I, T SRR DR (AR A 3R 1
(X/A).

Gt AR R AT

2 BR

2.1 celecoxibAf & ame £ K& %A ce-
lecoxibX) 4il g % B B8] %€ K K 7 =
(48 K Ft 5. celecoxib/E I HepG, 48 h
I E 470.98%+0.67%(200 pmol/L).
47.93%=+1.08%(100 umol/L); Bel-74024
57.29%+0.67%(200 pmol/L). 43.84% =+
0.86%(100 pumol/L); [FFEHKEEHAER20 h,
HepG, 445.51%+1.35%(200 pmol/L), 14.35%
+1.55%(100 pmol/L); Bel-740201 }34.35% +
0.63%(200 pmol/L), 15.35%=0.88%(100 pmol/

DDP celecoxib
{88 24h 48h 24h 48h 72h
COX-2: HepG,  0.188 0.580 0.340 0 0.310 0.877
Bel-7402 0.524 0.537 0.493 0 0.555 0
Survivin: HepG,  0.500 0.550 0.860 0.570 0 0.298
Bel-7402 0.539 0.907 0.352 0.360 0  0.460

L). AN (A4t Bk 1R AN [R5 DA AN [R] AR FH Ik )
ML B3 22 5(P<0.01). XHRALCRZ 25kt
H)PCNAME 14 IA B s B PE(+++), g iz G
AR O SIS RIE WG, I HBER (A
GEKM 35 24 hol(++), 48 holy(+~++).

2.2 celecoxibif AT & an it A T VE A 3% 5 FL
ORI, KT T A 4 A R A0 2 TV ik 45 R
W7, A% 53 i ZecelecoxibAbBE 5, 4T 41 fo b
%, 1 HL IR — s ga ) Fr b mg DLW S BAS [] 1] 3
PE T2 T A, I AT WA FE 40 i J 4 1 7
Fr. VN A DN A 75 B E s B R (g
Ak “PTIIE” 100 umol/L celecoxibfE 24,
48, 72, 96 it 40 R 122653 7 12.2% £
2.44%, 4.0%+1.67%, 20.4%+4.38%, 57.9%+
5.74%(HepG,)F13.0% +1.05%, 18.5%+3.51%,
29.3%+3.25%, 48.4%+4.77%(Bel-7402). 5%}
WA LA b3 22 S (P<0.01). 25WIME I G Gy/G,
140 L E B39 0, 24, 48, 72 hAr I 44.17%+
1.01%, 59.60%+0.61%, 62.7%=%1.22%(HepG,)
F147.80%+0.41%, 58.60%+0.46%, 78.40% +
1.95%(Bel-7402), 55X A LA W 3% 7
(P<0.01).

2.3 celecoxib*f COX-243k 89 % »h PHFESH o x] fi
AP COX-2 HKIEAIA, HepG,KIAH] W95 T
Bel-7402; AL EAFIN A J5, COX-241A74%
HEIRAA]: 0.1 X PPC DDPALAEOD, 24, 48 hoy ik
+, +~++, ++(HepG,) Fl++, ++, +~++(Bel-7402),
TCIR GG celecoxib4I7E0, 24, 48 hiy ) M+,
-, HHepG,)Fl++, -, +~++(Bel-7402), IMAZ54)
24 hJERIAW L IEME, (48 hfx XI5, COX-2
mRNAEIE WEL. NHEAfECOX-25B-actin
W (XA IR LB L2 1.

2.4 celecoxibxfSurvivink ik 9% & Survivin
mRNAZIA WL 2. NJHE 4 Survivinty B-actin
W S B (XTA) I U A WL 1.

2.5 R} 25 4 3 P-gp £k 69 % v A2
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24 h 48 h 72h 96 h
HepG,: DDP 206+028  6.03+023° 19.33+0.78" 11.90 +1.85°
DDP+celecoxib  15.40+1.51°  6.65+0.69° 5.65+1.08" 3.86 +0.60°
celecoxib 9.22+1.17° 11.60+1.28"  10.60+1.67° 9.03 + 1.45°
Bel-7402: DDP 95.80+0.66° 80.40+1.90° 88.40+1.25 61.70 +1.95
DDP-+celecoxib  99.30+0.50° 98.40+0.26°  65.50 +2.40° 18.70 + 2.69"
celecoxib 98.90+0.30° 86.30+1.45°  60.20+2.60° 23.50 + 3.06°

°P<0.05, "P<0.01 vs WIBLA.

A
B
1 COX-2 mRNAZRIL. A: HepG,TCOX—2 mRNAZTE;

B: Bel=7402H1COX~2 mRNATFIX; 1, 2, 3: celecoxib{EHI4H
ffu72, 48, 24 h; 4, 5: 0.3 mg/L DDP{EFIZH48, 24 h; 6: 55
XA 7: B—actin.

3 171E

WA -2 N E A T 15 Yok, 2SR
K, FEIEH A BRE T 2541 8URRIE, (HAE
A R RRRE, Rt CcoX-2
FIEAKFIN R TR, I HL 5 9 40 M 1) 4344 A
LA . TG RRJGE R BV, %
Ttk — 2B WF 5T C O X- 291 77 6F AT 92 40 B FA) 4
AT F S . COX-240 I FcelecoxibZe4s
P L7 2% RRE HE e, S AR 4 i 4 4
WA S LA C O X241, I nT R g
it TR Y G 7 | A 110 ¥ 9 1 6 L 4l M g b . TR
- FrcelecoxibfE - 9 4 ik
HepG, X Bel-7402, 455 RN, A7 1035 (K40
FEANE ST R, BT T n] U g2 21 254 b B
Je SR U T A M A, I A SRS I 4 i
FTH HUK, celecoxibAbF 4141 R 7% &

www. wjgnet.com

B 2 Survivin mRNAZRIXL. A: HepG,1Survivin mRNAZEIK;
B: Bel-7402 Survivin mRNAZTK; 1: B—actin; 2: 25 X IE; 3,
4: 0.3 mg/L DDPYEFIZH24, 48 h; 5, 6, 7: celecoxib/EFI4H
fiEg24, 48, 72 h.

BTG KA, At MR o A I8 R AR O, Gy/G,
J LU % 5 T 48 v, S IR B AT, 1T 4 PR 4 24 )
JTHR e A A K R R AT B T ) O R 2
G M, #7381 FHAS 40 R DN AT 5 13 5 5
T2 SEE P R IAN L 2 R COX-2 KA [ Bel-7402
W IERFICOX-24KIA M HepG,, celecoxibfEH 5
4 S ILC O X-23R 32k [P IH FEAIC, 1T 40 M 72K
82 FTHE# £ celecoxibKiCOX-2i% 1215
ST R AR, AR S 0 P T T i
e 38 = TP GE T i ik S5 JF BRI
COX-23H 7% F-46COX-2 KL MCOX-2%
325 [P 12 P 8 200 oL S 1 RO O 5 R T A R
WA 3 2 0 B LA SR A 2 W et )
C O X236 1 38 AR MR R R T WL, s 56 vp i W
2% celecoxibi FANMIAT-HIMEH e 45
COX-2KIE RIE LG, HRRRERLA 2 5 i oA 5T )
ZE90, 5RCOX-23 1A (1B el-740241 B F0 1 4 J 117

HCOX-2 & &
7 5| A2 Survivin,
P-gp#y T, &
YR R AT R S 2
Y. HFA
. #4#MDR.
¥ 5% 4m o AL 7
25 4 0 BB R B
M, A2k S 3F
W& BB, A
W& AR AE R o & Bt
—F R,
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W@ R
RKILGTFR AR
CA LkIRE, 2
T COX-24p 4] #|
celecoxib/k 9 2+
JF 9% 20 B A 4 0%
W) 2n AAER, IF
VA S B 18] 4R
75 RApH ¥ 4, %
TR T, AE dn e
T G/SH, TaE
1% I & M s T
WA, Lk
A, &t A
2 TR AT
S FERERT B4R

KT HepG,(BFEAEATIKERL ), HBel-74021
T2, (& HBE R AR B Hep G, 4H i 1 A
B2 T Bel-7402, HENI W] B2 I8 T4k R 4 A0 T
B8, RUPMKCOX-2K LM HepG, X HBel-7402
UK, I H.celecoxibs# MICOX-23 1A &M I
Lk, BEIN ] IE K- COX-23 5k X A7 B, {H 40 g
TR IFBA N A, X 5H KR
20, R E A Icelecoxibif T 41
TR AECOX -2k Witk ik . &
FIAE N S8 h 35 A7 75 4G 0 B B 1R 25 ) 41K
Pr, JoLUFE N 2. HATwE i 2 14 & P-gp
- FIIMDR, i 24 41 il 3% 15 K 2 3947 P-gpid
JERIE. MCOX-25MDRINfE MKk B3
HIPETY COX-2/KF I B TMDREIX,
REAE 35 INM D R 1AL R =4 = o 5 38 i HL 1) g
Ratnasinghe et a/”"\Jy, Tl fig £ COX-23 ik 11
SURHTFIIR 2 A s n, %59 PKC, C-Junff3&
ik, MPKC, C-JunffJZRiEHE N i S P-gplt#
LI, I FLEAE H AT Bl e COX- 24 il 71 B
Wr. 5256 X HepG,, Bel-740240 JuiiF oy & 30, it
M2 COX-2KIE 7K1 = IR 4l Jfd ¥k Bel-7402 MDR
SERIRIE P P-gp ik b RIE WAL =5 celecoxib
Wb EE A P-gpAR ik 5 B A7) (B el-7402), B2
KA (HepG,); 1Mcelecoxiblik /Nl
(0.1 X PPC)MUETAb BR A [RIFEAUA G L P-gpF
IR, IS TR TR, E W celecoxib
A DU i R P-gp ik . WHMDR, Jf4R AT
S AN X AT 2 BTV ABURR A 1 0 T
Hashitani ez al'' "W 5Zcelecoxibff T~k 2 &y
41 kS CC25 FTH S G R LA B I 448 5 41 B % Bt
JE 2P RUEE, FH S5 SR TR LT 2T
ITIRAS, R T COX-2 5MDRI)fig M ik
FHAOC. SR BEZIME N TR SE K, COX-23ik
N AT B, P-gpRIE AT HIFFEERAL,
IARZMEAR G, $27n m] Re A oAb mm Rl 25, T
345 1 (inhibitor of apoptosis, IAP) 5 ik H #T i
o R RS urvivin, Al fig 184 R I ik
(R A DR, LA TR R S M 2 K R R R
FENHR IR A RSP EHEEERY H
BH P 2128 56 15 gl 42 2 B 10 2 B 2 A OG>,
A Ay s AR IR TR LA SR S5 52k ) — A
BT RIZEM IE HSurvivind ) sg i g T

R 2 Jr 98 240 e P 398 B DA B I R AN AT 22 3 34 LA
Joi FEAAN RIS A LA B RO BT b —
NN A B EAESE 5. Ambrosini ef alffF5t &
L, FpseiE gt )z X SurvivinffHeladl o /e 4B K

DRl PRI 400 R IR B At R R T, 4 e
[F) It 52 B0 B SR g3 dfE, g iR i
288%, 1M 2 X Survivin® YA 18 5520%. i id
i AN B S A0 R TR R e g S
2R IRARFA B, [ X Survivin ¢cDNA H I {54
T R e eI i TG I 1 A% S ORI
HepG2 X Bel-740241 /i H' Survivin 1 i3 &R R A,
celecoxibiff T 40 M U 1 i Rk R 5 3 IR,
YEJ48 hitf, Survivin& ik JLIAF], KT COX-2
7 celecoxib r] fii [F] i tHl ik i Survivink
IS TN A AT T R AL L2 Survivin
Lk R BT, RIASurvivindk K Al GEFT
TEARASE 22 25T 2457145 5%, Notarbartolo et al' i
T R R SurvivinZ 5 T 0I7 259 S HoA I
T2 SR AP, XA IA I E R ) fE 2 e
ML Z9PERT T “ A Aas” W—F o
T, A2 JH-9oe 4 i — R AP PR i 247
B2, COX-2401il7celecoxibifs S 4l Bo A T
Y& R IHCOX-2, Survivin & P-gp#éik, 50141
JH0 S S0 2 A 55 22 MR R 2R G AR FH I &5 R, COX-2
5jP-gp, Survivin I VIAH K, A2 15 RE
PLCOX-2 47 4 5k, T8 I s SCHEA 3 M Je 4 it 17
T2 R Va7 TR RER B A i 75 2 — PR
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Abstract

AIM: To investigate the expression of
cyclooxygenase-2 (COX-2) and its correlation
with the angiogenesis and clinicopathological
features in esophageal carcinoma.

METHODS: Ninety tumor specimens resected
from patients with squamous cell carcinoma
of the esophagus were obtained, and 34 cor-
responding paracancerous normal tissues were
randomly selected as the controls. Immunohis-
tochemical staining was used to detect the ex-
pression of COX-2. Monoclonal antiboty against
CD34 was used for displaying vascular endo-
thelial cells, and microvascular density (MVD)
was determined by counting the CD34-positive
cells. The correlations of COX-2 expression with
MVD and clinicopathological parameters of the

RESULTS: The positive rates of COX-2 and
MVD expression in the cancerous tissue were
84.4% and 29.68 + 3.81, respectively, which were
significantly higher than those in the normal
esophageal mucosa (20.6%, xz = 4547, P = 0.00;
15.12 + 2.80, t = 20.28, P = 0.00). COX-2 expres-
sion was closely correlated with clinical TNM
classification (xz =7.99, P = 0.005), cellular differ-
entiation (x> = 7.99, P = 0.005) and lymph node
metastasis (3 = 9.61, P = 0.002) in squamous cell
carcinoma of the esophagus. The mean values of
MVD were associated with clinical TNM classi-
fication (t = -7.09, P = 0.00) and lymph node me-
tastasis (f = -7.90, P = 0.00). The spearman rank
correlation test showed that tumor MVD was
positively associated with COX-2 expression (r =
0.607, P = 0.00).

CONCLUSION: Over-expression of COX-2 is
correlated with tumor invasion and lymph node
metastasis in esophageal carcinoma, suggesting
that COX-2 contributes to the development of
esophageal cancer by promoting angiogenesis.

Key Words: Cyclooxygenase-2; Esophageal carci-
noma; Angiogenesis; Microvascular density; Immu-
nohistochemistry

Chan SM, Ou XL, Sun WH, Chen GS, Yan F, Shao
Y, Xu HC, Xue QP. Expression of cyclooxygenase-2
in esophageal carcinoma and its correlation
with angiogenesis. Shijie Huaren Xiaohua Zazhi
2006;14(14):1388-1393

i 2

By %mff/ﬁ’eut% 2(cox ) ERE TR
FOR B A5 R e A R R A
Fik: R RN R R SR T RI R AR

KO0 Fo i 5 I AERRE 3445 P COX-2 %34, R
P C D34 FARAT T A 1 B 2w e, 3t A%
i E FE(MVD). 5 COX-24%kik 5MVDA
52 R 2B\ Rk FLAF AL 69 AR K

R 2ERALCOX-218H Ak & 484.4%
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BEEG TR EFAIRE920.6% (= 4547, P MEERMKLR. mia£8d
SR A 3

= 0.00). COX-25% ik 5 I 3 m fo AL A2 L s
JRTNM %2 Fo itk €. 245 4645 nAa %, TNM%-
PN+ VA EESHBEALZPCOX-24K
£492.9%, BEZHT I+IH6970.6% (y° =
7.99, P = 0.005). &, P oesRE SRR
PCOX-2k K F492. 9%, B% & T8
70.6% (x> = 7.99, P = 0.005). 474 k.25 4645
WA B 2 P COX-2 418 % H94.3%, 2
FSTAMCLEHS170.3% (" =9.61, P =
0.002). &% #2022 MVDIE #29.68 +3.81,
B2ESTRESFERBG15.124+2.80 (¢ =
20.28, P = 0.00). MVD5 it 7% 69 TNM 2~ Fm itk
B4 AL Fnka &, TNMa-H vk T+ IV A 694
EOEIRM L PMVDIAA31.46+3.52, 2% 5
F 1+ #14926.74+2.06 (¢ = -7.09, P = 0.00).
HRARCEHBYEETHBELLFTMVDY
31.7243.43, % & T AAKELEHE456926.76
+2.01 (¢="-7.90, P = 0.00). Spearman < 2% 18 %
S &, MVDE COX-2% ik 22 & EAR K (r
=0.607, P = 0.00).

P COX-257 % & A B H ik 509 8 4 &
ARE R ZFek O 58 PR EEIER.

REET: EAEE-2; B MY, ML A B L 2
JE; REHSLE

RS, BRFSR, IS, BRERL 805, BY, 1HEL, S5
BEERARNENIE- 28R ASMEENEIRR. BFELENH
{EZ¥E 2006;14(14):1388-1393
http://www.wjgnet.com/1009-3079/14/1388.asp

0 31

A B (cyclooxygenase, COX) /&I I %
G BRI N, CAICOX R /DA 2R A, |l
COX-1MICOX-2. [EHNAMFFTRI, COX-2/EE
EIIRE S R BRI E RN i
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W, HARKT S0 umsk & BS54 IUZ & AME
AL AE VR, T3 A A Gt A i A G
IS E4) G (0 A0 B AR A S Al A v

Bt 24 MVDUUSE btk 226 7R.
g RER R 50 S B 565 TH R SRR e
KE6: 5575 75 03 M S8 A SR I Spearman®
AR AT, T 25 35K FISPSS 13.04¢8 04K
PEEAT 73BT, P<0.053 7~ 22 53 B X

2 ER

2.1 COX-2E8BmMB oy £k COX-24E1E
R R R IR (E1A), B Rk %
h20.6%. 1 EE AL PCOX2RIERN

2 BEELALRADCDIARIAISP x 100). A: IEFHEERL; B:
R “HuR”

=R 1 EBHEIACOX-289F5 ()

COX-2%%i.
BrE n Ri& ;
- + T TR
EEE 34 27 4 3 0 20.6%
BHRAR 90 14 2 20 54 84.4%"
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A+ Golll, JLABFE S AT AR TP RS, AT
WU 52 Fh AT o s G 8 75 B B I, PRI )
Fif 58 24 452 A5 E R 8 i 5 S 18 B e e A
SRR

2 REpE R RADNERSRDNR

2.1 Rp s 7 ik

2.1.1 # &b i SR TR a1
PRI J7v2:, LB EN X FARUIBR Pk e &5, nr
S BH P 2 3G 1120%, {H 6k O BUs k22 H AR &
K FRE, ANGEH T IAEER . B B8 1) U 5 A
W, HECAHE) . A W FH Ik .45 3835 AR (clearance
technique)(— K- ZREF BRAO) R A 2577
ZH AU B (tissue microarray, TMA)P &5 AR 1
g 2Rl HE S EN

2.1.2 R FHEKR KRAH REHZMEE AR
(immunohistochemical technique, IHC). ¢
Y67 (immunofluorescence assay, IFA). J5UHS i f%
3 1)) (radioimmunoguided surgery, RIGS). ¥t
A4 M1k (flow cytometry, FCM), X S6#f H
HELNHOME, H2E T IR I £
PRI . A XN HUAR A S A
45 DL Wil = 5 L8 — b vE 45 DA 35 58 1) L AUk
PERRE .

2.1.3 kS B ARA(immunomagnetic
separation, IMS)IMS& BT @ L I¥) 7732, HIBAek
EAGFA AR A0 ARSI 28 b T 4 3] 1Y) A i
TR TmRNAZ B, & AR AEAS ] AME & AFTHC,
FCM, IFA, RT-PCRAI. AL GE KR 42 1l 4%
M TRT-PCRI\ T EBUEVESE = 2 1065, w3k
R H 107 A 41 i (¥ — AN s 40 . 59— T
L IM S 73 B 45 21 1 41 ML BEA TR T-PCRIFFE, W]
DAY 280388 s p I8 AN T 8 A 3 1 - B0 A B
K977k, 2 R RT-PCRAGIN 7 VA [ 57

2.1.4 5 F A S F Ik AR E
Southern. NorthernE[JiZEARAT k). 58 ARSEA LA
FF PR 147 (mutant allele-specific amplification,
MASA). E&MHE RV (polymerase chain
reaction, PCR). 1% 5% B Gl < V. (RT-PCR)
Je A B 9 5% 2 EPCREE AR (fluorescence
quantitative-polymerase chain reaction, FQ-PCR).
PCRELA X FRARANED Y14 772, 36 H ) Kary
Mullis{t§ H-/E19834F K M, I 19854 A JT A,
19934 53R i DR %L, 19914 Smith er alif IRV
FHP CREE AR Wl 38 (AT B4 v A7 7 5 7% 1) Jieh 988 40

www. wjgnet.com

PCR, RT-PCRAGIIN AT i FEBBURNE e 5k, w)
VERIRY I g4 2801 mL gk T 14N 40 it
WEIN Ky 2 H R RS WA s 1) B R T . RT-
PCRELAT R o PRV R S e, DU B[] A G
AR, REAT24-48 hNAF AR, RN AG I 2 AN b
A B ZHATEAN fE SR A1) J&) 38, TITRT-PCR
AE S LA R A5 0, RT-PCRERAE 7 VA 32,
RO Sy A dEAb Az i, AR, B
SRR FTNER S B W BAER. ook iU
BOR LR A w1, P B SROH B A A B LR Ak
L, Yy g,

AP CRE A FBEDN AR B £ ik 4 #7
(PCR-SSCP), S XUk 73 HTik(HA), SEA
FESEVE T R 2428 122 (PCR-ASO), PCR™ )
(1) BRIk B 2 IR 23 #Ti (PCR-restriction-
fragment-length-polymorphism assay, PCR-
RFLP), DNA H#:0 P 5 AR (DS).

FQ-PCRHZAJE H 2 Applied Biosystems
2 A TE 199645 2 e ki) e Dy 11 58 ) s = 4R
R AR IR RE TR F (fluorescence
resonance energy transfer, FRET)Ji BE, B[ 41N
(1958 AR i A% IR B, Ik P C R s WX AH W 4
DN A AT 44 e M e s e i B AR D, BB
AREAETE . P, 250 A 0. EE M
UF T % (P RAS0-10"4NE DU/L) . i
FEGBREERRRE . R B, mRE ek, R
(RE i, SR SE 4 B U A R 48, A#PCR
JEACER SR T ARG IPCREAR By 3275 4, i H
A BH P 551 22 5 i JC DAAH N TR 58 P CRAX, $E
ANPCRIGFE WL A Bk, HAFEIN I, #4E 7718,
ARG 8 BTV BRI DN, B T AR HEAL
FIHE N . P, FQ-PCRIZA Z L2 W, 7
ROV« BORGE ARG PR T =B AR T B,
A Z BTF RN T 5
2.2 K fais e aam egir &4
2.2.1 4, WA R B R AR S Rl
Kz, FEAFE: (DFEREER: mfE ek
5 R AR . FERBR S, IEW 41
— WAL IR B AR A A DGR S DR AT
LW . inp53, ras, DCC, erbB-24%. (2)F
RS VR AR A SRR AH R A A T AR D
MR ASAEAE, WICEA. AFP. ()41 24Uk 7P br
B FRAE R RIS A S AR A, AT A 41 2]
HORAEAE, o )2 7 W6 £ 40 R i 4 L AN A7
7E, W& F20(cytokeratin-20, CK20). (4)¥:7#

) ART-PCR 3K %
FQ-PCR & # i
X W R G
S B S fm R P B
F JBEF Bk oA o 8
CK20 mRNA %
F) B F R A
T AR B A R B
m LR AR, T
CK20.& X 17 9% F
w916 R AR,
DR R & R
REEA . BA.
A X R,
REGHAERE
P 98 W 9 H P
Wi, W& 9T VAR TR
J& W AE AL F T
HYARE, X2 B AT
KW & M 5 A 04
BB Z —.
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[ BACE:X:1
BE TR AR AT
bR . B
ERCNIE T -3
b E g I e e
REF KA b
FF RBEMAHE
LAY G 2 e Y
Ak, kR T
# % R R4,
1) e A5 2R b 98 4w
Jo, AR I e
SO, N K AL
K5 I8 20 e,
AL, Xk
298 K AR R F
HL A W& R 5 5
B4 CT. MRI.
£ 38 % 22 A AR
ARAEZ I, o R S
BFFE. HF
M F Ok R
V&R
2 i, X 3E b 9% fm
JE B 5T VA 2 R A
R R
F AR, LT VAT
JE IR 0 A0 b I K
B EERA. T
SU#9 48 2R 5 4
3% B MY G A
B oy A2 P %
B IHAHFETIA
f, FH. RS
BB BB E
B P 5 g B,
X Sk g i % R TG
AR, B %
F A <2 mmit
AR EEAS .

S PEEER. (5)MoR A BE B . A ATAT—Fh
i B AR AT el T R AL R 1) 1,
R — AN FRAR (1) b 25 0 1. () s L 4 0 e AR R
stk HAr, Kpwbs &y Llk-ras. pS3%EH
CEA. CD44. CKI190F7TA £, (HAATT & HAR
i 55, Hayashi er a/ 19954 K HIPCRX} 12041 K[
Ji A S W R RS PR L 45 1EAT T keras.
P53 R ST I, A I T 141 (59% ) A bk B 45 1
HRATAE. SR, B2 IR R, H K
B A R AN SR AR A — T I,
i H K 7 4l i i k-ras. p5358 48 AL h50%
FiAa, SRR AR AR, AT BRI T 1% 7V 1
FH. Mori et al 1995514 %565 BIAT HLVA A 1)
38 i IR (K i 9 204610 ) S L e 8 N\ TR1 4 06 4K
WL ZE 73 AT A 2 2R M FICEA mRNA RT-
PCREYI, JFBEV24 124 mo, 455163 /414!
2RI B TR T-P C RS I BH 1, Tl B A H %
h40.1%, 824 RIS B, JEAR 1614 LA K
25 MO HEZELIR &5 R SA B k. AUk &
HRE 1500 N6l 52 0, 294 AT Tk 75 119
N4l 52 ke, 2101 e e #e & T3 K, uESE T CEA
mRNA RT-PCRIZ Wi g itk T4 45 1l e 75 (1) S0k
PR k. 4R0M, 19965 Jonas er a/ARiE 425K
Frge A b A5 65% CEAZILPHME, filt e A
HF523% CEA mRNALKIEPHME, FHHER EE+
84% A FHME. Mafune er a/ih iy CEA S AEAE by b
SR D V2 AR, AL KW 1) R I8 K F A
1E25 5, HCEAMR 52 S| — S8 hga B0 1) 5 .
CD44v mRNAHAL 50 IEH N o1k, HA] fg
AEAEAR BT PE s PH 1, 0 45 AR A, FE 2
A NBE ARSI, AR AT N R IR 28K e G
CD445%7%, H.CD44v6 mRNATE Bz 1 45 W 4 41
UM B BT X b B a0 i s 1 s, WOk S EA
. CKI9Z W WM bz —, T K, L
RT-PCR A B 5 52 iy 1 DX 3 bk B2 & PR Al e
ZWE, (HCK19 mRNA{K. R0 0L T3k 50
SRR . FUARE . W IR ZR R A5 2 ol
o, R ZE, HARATERBIESS R, WA T
SWTIAGER 1 D RS R (L

2.2.2 CK20#9 B ALHF M A A 4 5 AL 2R 1
(cytokeratin, CK)74f TNt 2 PR 40 g H 11
[ AF e 22, A 22—, B/AE30%
AN B R B, KRB AR08 bR i f R
AoMk kM, o8 T RMITAL 1 AONR
PEER F1(CK10-20), 1124 H 8 F1(CK1-10), P
RUR & AR, FEFRIE, 5 EERIAE

X 4 . CK20 Mol er a/+19904F %% B,
AN EIEIR, M, 48553, 25 W 1N 5.66, JEIR
PECK. Hgid K18 kb, &8 ML T, 7NN &
T HmRNAK:1.75 kb, CK20/1 4 il 15 56 B+
S8 SRR I A RGN b e, 2 J5 oA MR 4t
MBI, AFTHARCK, CK20HA7 54
PRSI R A S . IR R, CR20 LT
7k N A =y O RN R et =
WAHREIE . WA RAIRAN . 3 Je Merkel 40 . 1M 2L
o IE AU . PR UL, M4, ke g
J 4 A3 S B M. CR20M K IA 7R 4N i
RAENA B MR RIS TR SR
I SR IA PHPE. CR20M 2 A0 i A Ll K
L (R e b 5 2, A0 A R S8 ) e 4 PR U

3 CK20MNFEAR A= L AR A G PR A

RT-P CRAS I P68 40 M sk Pl v, FLBEAC B B
T RE 5 R A “RR AT BERN ASKAIE SE
JI IR A PR IR A AE . DRI, SR RRIE M I ER N A Bk
SERTI 4 R S AT SR E R R Han, I
IR AR R R0 K i 9 S B (R BE RN A F 224
() RFTE(CEA) mRNA; (2)CD44BT 548 4k
(CD44v) mRNA; (3)4 Jfd ff1 £ 1l (cytokeratin, CK)
mRNA. [ R IR R 7 HERNA, 17CK20
A GVR R ERNA, AR b HR R ) 41 2R sl 4
2k, CK20AN AT J0Ath Ay 8 11, Al =i BR
e W b R dn e, JUF B K s #0 8 4Rak
B2, ®k . ¥ BBILmA 28 B i &
TRFpRE. EAMEH 5T R WK HCK20 mRNA
RT-PCRYL T AZE] mLA4s I At —A> b ok
PR IR 40 . ] WLCK20 mRNA RT-PCRE
HAMTEAS . G A B2 BAR AT LLAL
UM, Ah, Burchill er aZs ARG 45 B 76 N 11K
— RV AR T R IE IR, CK18, CK197E
TE A JE L 4 A 5 o ) BH 2 (43 il S 88 %,
40%), 1 C K201 45 Wi 41 e b Rk, 1E % Ak
JE 40 9 R BA . AT L, CK20 mRNA FLAT 44 (1)
SR R, 9 AL R R SR T-PCRYZ X
RNARFREE R, A, St A K g H 5 1
ML, MER . BT ICK20 mRNAEE
ik, ATAE R WK g A R Ll L LA EA
B AL AR AR . SRC K208 N K
DK P i e % 1) R e s

3.1 CK20#:M] 2 K 8 bk B 25 T 55 45 04 e R
RN ASECP TN 7L PNG & S T E1 PSR
o E R AR A ) R AR, LB s
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I AR 7 W HERR P« 70 T00I A il B ¥R 9 1 ik
BB er al' X180 Dukes B A [ bk 2 45
AT TH) T 28 01) v 455 A0 A 2 1 20 P4 e s 40
S G B A MR S O RS, IR 4
BEIATREY;. 45 R Kbk 2 o B S5
Bl AERS S BB KRR AL, AR R S
KARKTEIG, 1155 I 1) 43 A0 R 8 R i e 42 0
Jo AT G SRS BHTE LS aE 47 % H36.7%,
WAL ATEAS aEAF AN T2.2%, 4 Log-Rank
R 7 S R ih 24 78 L(P<0.01), Tl R B PE4L
SRR R R 5 0 T5%M128.8%, % S5 4
THEE X (P<0.01). XK B[] 1) 2456 CK20
G P27k B TR Dukes BIH A
R LGSO RS, SRS R g5 D) Sl
A T4 i B8 Rt 2R AR A S A
UM I AE>3/43 B R Bk LG TG RS Wk 4
BTN S AN AR S HRFA W
HEESE. T er al ™ N FHBLAN A 1 (CR) R
JEHLE(CEA)MAD, %826 K (Dukes BY)
FR VA A S5 28993 BELH FURE 75 4 17 B [ M K166 7 K
TR 25 AT S AL (SPIE)KS I, 45 & Bt %
BEEAT IR R TS 73 7. &5 0 56 % B 14 1% 82441
66THUMR L, 1841(21.9%, 18/82)4241(6.3%,
42/667) ik EL 25 e I /N 7% 1 e A g, Ik
136110 apy PR ey 52 Rzt b L B 0 1. 641451
35 A A I 93 1) R AN 241 52 R BB T
P A S W B B I 914110 ak A7 5y
E27.8%(5/18)F162.5%(40/64). 25 53R H Wl 3%
(P<0.05). 2518t/ I 8 e S Ak AR i
FIL973 FELAS, 2 91 K P vk 2 5 B T R I N S
(3 0 L, $) IR E 2R Y. IMRT-PCRIL
A E A . Gunn er al™%H1 581K R IR
P TO9HKE IR 2 45 FIR T-P CRYZ: [ I #EA T CK 1911
CK20 mRNATFEII, 45584 CK19FH T, 264k
CK20BHYE. X AL 40Kk EL 45, 34/ CK19
BHE, JCCK20BHTE. T WL, 1 b K i bk 2 45 5
bR, CK19 mRNASRZ R 521, A, CK20
mRNAH A5 m s b, B G L) — e qf
FEPTESE T CK205 A 1) J7 A7 4 ek 4t
(70 205 B VR B0 i K R BRRE, 4 v Tk 4
TG RS Rt 2 PRI R 2 A k. DL B2 SR8
FLRRT-P CRF AR Ak E 45 Bk e A5 A7 A K S A
B, X EE S WRIWRUS . #E FARFARE
W7 T E R EE MR SEH.

3.2 CK20#&m) £ X W & ofn 178 TR 3545 64 s IR 5
A AT R K o — Fh R BB, i

www.wjgnet.com

BN 7R IR ST CE T I NG =R =
ARG BGTT RIFE A B2 . WA 2%
R M DA S B4R JE 03k 6 B A2 W, 1TTRT-PCR
oA T v OB R S vk, A AR 1
et 2 P S WU S A LSS L A7 2 2 AR SR
FHCK20 mRNA RT-PCRYZ AJ LLEL mL4 i
WA b Bz SR R S RE 41 L. Funaki er a/' JHRT-
PCRYZER M K 7 3 4R il CK20 mRNA
S5 R Bk B A S B, 1 mL SR
AR A AR A0 M B RS H . R RS A R
A BAE, TG b e % 2 B 1 % 4 50%, 2451
PEEE 216 moARJGRiTI A WK K. Funaki er
al" S B ESE T 9814 1 A Dukes CHA
&, Horb sl e R IR HICK20 mRNARH T,
X5 A 3EIZERE E 1,711 moZr B I T &
R, AR A6 PIPE E #7220 mo kU423 Y
AR WS K. Xu et al" RS 7R B Dukes 7y
WM HERE, CK20 mRNAREE K10, (5%
AR S g5 BRI K e 8 46 A
MILCK20 mRNAF BT~ 4 57l fifJg1 4 it 1) 5. 393 Jid
AT W 11 2 J UL SR I IR YR T SR
Koch er a/" (¥ S50 F WA I K e FEF-D) Bk 11 1
D TR A i mT T MR ke, A B TR
JH- 4 ¥ 5835 1Rl B v 97 AN AL Rz F AR S g
S BEL LA H It P RE 4 PR . B K e alt!
N FHRT-PCRZA I K gt 55 AT AR S5 AN [+)
IS4 I CK20 mRNAFILIE I, 4558 Kk B
AR AN JE A Ay 42451 CK20BH R 15(58.3%),
AJG3 dAh A I CK20BH P A H e A iy %2 5491,
AJG G IAIT IF 2251558, 3 1E5R et al'™ )
50 /R CK20 mRNABH A H % 5 Dukes />
NN NN 2 R 2 X (ST R (P =E N
J&3 dPI A A L. C K20 BH PR A A HT 2 H 2451
BE VT RN, SbJE L CK204™ B BH M #, AJ5 kAT
B IHL2 1 h0(33.3%). 3 1 B K i e
B AN A IR B C IR 20 AT 12 1 K Mg I AR 4 34
IUERATE, B RA R B TS, BorThe

By 1 RS WK s TR GO N e B . AATTIA A,
X 71 R I T 0 S ) B M P K s R
DIBERBE G, 2 AT L BB, CT. MRIZEES
7, LURATRE R A R I I W R AL, Al s
132 S Va7 IR G T 500 Pkl B B kb
RERYT, AR AR T TIFIREE . AR
DISREEHE I, LR R Il S 45 TR 97, Al
REds/ D R e B8 5 R 5 SR AR AL 1T .
linuma et a/'Jf] S %€ FRT-PCRYZ (quantitative

mA®H

K K& & ¥ PCR:
FQ-PCRA& T %
XA FAF B
R, BEZHEE
F) 18] 4% 4% - 1% 4%
AR, e
IR K 6 H) #
BB FIREER,
LR S T
% E 5 DNA &
2 Erk, #MPCR
A6 R R T
1% 5T 1% 4 ¥2. 55
w5 K . PCR
Z1995Fm£ R
PE(Perkin Elmer)
AR I D
— AR
R, ZHRREFN
PCRA A M &

RE. EHREMSR
B, G RAA T
F8) 64 5 R AT
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real-time reverse transcription-polymerase chain
reaction assay) I K ¥ 4 40 & I - CEAR
(2)CK20 mRNA 55 il PRI BRI T35 2 7]
KA, G R LR E HRT-PCRAETES X 1050 A
AR AR A I AN R 4l L. CEA/CK20
o 75 400 2 DALY S A 23 R o B 5 R i K
G NS 2 2 AN 2 R R 3 E S
CEA/CK20BH Y 1y 5838 1 JE 9 A= A7 AL AR A
B AL T CEA/CK20FRIE I Mk Iy . i 51
Yl (tumor drainage blood)#s 4% H [fJCEA/CK20
SE IO A LS AR (A T AR AR AL PR . B
FU L 7~ I SE I 58 FERT-P C RYEN 2 &5 1 W i o
JidRE 5 i CE A/C K20 FilJ5 (. (HIE
RSN S99 P 1 A 6 DA AIE 52 b J] i 25
Ji 983 41 fid (isolated tumor cells, ITC) FE R 5 F
TG E. Soeth et al'” FIRT-PCRIARIN 7
BHHME M CK20 mRNA, KIICK20 mRNA
FE S8 1) A A 390 W Sl A A A 8 10 2R A B0
Zhang et al®"IRF53 W & BLAME fCK20 mRNA
BH: R 1 alE AR (45.0%) R EAME B 11 aZk
A75(66.7%) 5. 35 FEAK(P<0.01), FLIHR J5 10
EL LT ek v

e A0 D DR 003 et Tt e N P 2 M L, 3
o e i KON E, AT DL IR R A
of 7 2 B KRR 0 Sk 2 3 S ) A Mk A
[ BRI SRR A R A BT ] # bk 1M CK 20
S B 20 1 &5 e s N n] BE AT S
B 1) BT AR AL A7 AE R RS, U MR
TE R — 8 KA R L. BT % er al®MRiE
4200 K Jes JB % TR 548 h RT-PCRAI A
.- CK20 mRNARITEA59.5% , w1 FARHTH)
50.0%, BIA79.5% K i i T AT Ah i
CK20 mRNAMAPERIE, TARJ5H A BHMERIE,
2 A8 53 R T ISH P 2 2 451 R S IO Ak 1
k. 5 Weltz er al /I K s 538 AR5 4 A if
CK20 mRNA PRI FBORH AL BT
AR ERAEARAL b 67 4 Bk N S0 R af e, PR TR
Ao SR BT it 2 9 A0 I PR A R,
FERE AT ANE SR (R B B, BRI
£ b 9 2> B A 390 15 58 P o 4 i 49 Y R RE
WRESR et al™ TORFIUES R W TF AR RE] 12
S8 I A PR RS B R A L R P AR o
G5 FL I e [P e K PR 77 9 TG ¥ 56 4 BEL I I A A
WO RE B R A, AT BE R R T AR IR i 0 b g [l
LI B0 5 L 1A e BEL T P Jeg B 20 9K 2 P AT
RECA B AN, T AR rhAhr . $F 555 ik

NIMAGER. ShP)ses R, FAREAE 51 IR
FEEON MR, XG0 T ARG B kA, 1L
T AR, 7R IR A i i Ak
Bga (] ge. AT L3R, AR 1L
960 % fid 4 A T V2480 T BELIBTT A 98 40 L 1 1T 4 7k
%, A BTG A SR LR, R4
SRR AT AN R A — PR e ki AR
Dk AAWEFEPA R T ok R L AT IR i
FER B ] — Mk G EREZ R A K&
CK20[PRL H AT §E 4 — PP T 4T (1 777, Zhang
et al™ @I RT-PCRINE T 5841 K s 147451 B
Ja FEFT AN JRIIAL, &5 SR B SER CK20 mRNABH P
R H44.8%(26/58)F142.6%(20/47), 5K
6 B ME R 5 51)69.0%F174.5%, 111641 1F H ASN
JA LA WL, A FIRT-PCRAGIN A1 4 i 5
T R 40 ICK20 mRNA R IE S HUK K . Fr 5
(1. JrEAAT AR, HAHEEMIEIRE L. Wb
JAESEREE. BEARIMCK20MCEA R il 4 =
BEPE Y L 222024 B, CK20 mRNAKY I AT H T
7 108 K M e AT T 7%, ml DL H TR A ) i IR
TETT R T 70

3.3 CK20#&m| £ X 7 5 B #6345 09 s R s )
i = 6 2 R AR A R R K
Jee AL I A O T R, DR T K e
HREEL R RO, A B TR, I
Xof 1) U e T P R S s N TS B Fe 5 R i il
BhIAIT 77 S HE PR AT 2175 . Gunn et al™%
15450 K g J % B 8 EATCK20 mRNAFICK19
mRNAK, 45 B CK 1B & 641, {HTE—
CK20PHME. 1y % B 41 124N filbr A 7R 54NCK 19
BHAE, T6— 15106 AR AXCK20BH 7. AL CK 19
R VEEAR M RE. AR, i) T LLCK20 mRNA
VE b K B R bR k. Soeth et al*H
#ART-PCR(nested RT-PCR)KIM T 5741 K 7
BHHHEMNCK20 mRNA £k, KIMCK20FH M
RIL AR5 g o W DA G, T #10%, 11 H1h
24%, 1Y 431%, IV 471%. Soeth ef al' Bt J5
SR T M IR R 14 10 B AR AR 104
PR bR AR, I S S WO Ak 2 A% R A1 J 1L
B FasE, PE WL % 487%. Lindemann er a/™®
T 25 Mg ST AN B A, LT A A 4
/b T H, Cox[BIA 5317 2 W i i # 1) L B
SRR B AT TN FEAR. Koch et al™ (RS
2 IR I &5 1 s A R b (P = 0.009) TRy
HEH (P = 0.013) 1987 40 Mo 2 e 52 ) —
VA TE 7
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4 CK20FTNFAE KPR PRI X
AT, B4 W K W & % U RE B AR 5 16
J7 77 5 FE IR RS IR ) o 3, HIX 2853 1 H
FRABSRAFAEA L, CEARREAE N ME— 45 FIRTT
HUAIKE T3S (57, Hayashi er a/tff 558 W9, 3741
PR LSS O R I K e B 27015 a N &
K, T34GI R 10 3, Jo1615 k. Dorudi
et alWF50 T 1841 v B K e JE 5 162 R0 IX itk 2
4, N HCK20 RT-PCRAGIM &I, 21% Dukes B
M E O L5, S2)EDukes CH. Funaki
et al™ N RS T BE e Dukes B E ARG
ORI HFE K. Soeth er a/™iE R, B G
CK20 mRNAZFIA AP ) K9 B 52 ayFET:
KA 60%, FRIE BTN EF RIS R A 11%,
P AR . FRBE TR, KIS
PR RS . e 607 AW TS O T
AEZEMIER R X, M ER T Dukess A1
TR

4.1 MELGZEABT A E. BTy 0
HTF 97 7% Xu et al*" HIECK20K L FI 45 B Wk
(o SR B RS AT 55, S5 i0IA 0k 45 s 4R
L5 A PRI X 26 £ 2 A Jo i J 9 4 B P e A%
YA OE. FIRT-PCRMlE CK20 mRNA P &5
T s A6 3 A R L S R A0 B 1 B A R — A
RO 7%, BT IITS, ST SO IR §
LEEINIRIT . Na et al™ 108 5 1Bl Huang
et al™ (WA IE Ko T P iR B A JE i A1 BR
98 40 L P 3 D00 B Sk R e 9 £ S8 e 2R A 2
YRR DG, A B FRE Rl R va 7 MW FiUS . ke
Ab, B8 E et al" M T]CK20 mRNA RT-PCRi%
L7 2450 K 9 A 115 AR Jig AN [i) IR 343 9 o e
LR AR DL, MG IR AT 97 380F0 43 7K1 23 #
ARG TG A TR A G 3. 45 SR IN,
AT A FE Il CK20BH # ik 4241 (58.3%), K
Ja3 dAR R TR CK20BH RS R AT 22 541, ik
A A S R R A o s s K g e i A
—EAEH, AT S4B E T 29 1k PR
9T T EWE, ARG IR AR IR T IR
WH K Zhang et al™ "' RIECK20 mRNAPH
M1 a8 K E mTCK20 mRNAMTES . RT-
P C RN FE 31 SR 1D Mk ) e 4 o — A
TR RN 5 1) g ik, 2 W S i R K e 1) Al e
B J& nTSERUT A, ATV TS AT T . K
0471 JE) G B A BT KV e I R 23 9 1 A
P, JFHE By W 28 5 UG R 5 255 VR T R
42 AW TG . W P 2 & . 4545 Funaki
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et al" KT 28451 K g i A IILC K20
mRNA, H 18451 53 % 5535 A4 £ de b e ¥ S
B R BAE, 51CK20 mRNAZ kB EE TG K
WA [FDukes CHIEZ ZERE DI 11 mol 7341 52
K, THFIIE SN B R AR 25 A A .CK20 mRNA
Bk, FaRwFFEEem], R FHCK20 mRNA RT-
P CRVEAS WK it 588 TCE # A 8 1fi v CK 20
mRNA B A5 i BoUseE RRs e vk, o HLnl fg
e KW BB ARG R B, 2 ok
Wi S R RN RS 1K S AR bR, Tllert et a/Y e
FER P CK20HIFRIEETNM A WK — N hor
fabr. 245 MR I CK 2052 — AN H 7 1 7l
Je ki 4. CK20WM 5 6F L3 b 2 WA 1R K
PEF. 05 5 s A T ot b ) 9% TR0 8 4
(disseminated tumor cells , DTC)/& Fil 5 A K1)
— AN T bR &Y, R B i A S A i
A A IIAYT . Yuan er al™? FIRT-PCRIN & 45 H
J¥pgiE A 2R T 45 R 3k 7%, PNO, PNRIPN2 1)
5 a CI L EAE A I HE100%, 61.9%, 55.6%,#47
TR Y. 4518 W RRT-PCRINGE 45 B ¥ 4l
2L B 45 PRV R S LU AT B8 1995 BTG 245 2 B AURK,
RT-PCRAEE LTNMAH, X &5 5l i e i
HH M R T00S BT, K e Ik L 5 R B (G
SRS R RS54 H 16 2 /0 ¥ 5 B TS DA
K. BB EBEEZHTIRE, 5 atbfr
FRUIET0%LL by HRE LB ES atb i xR
KB, AE30%. kB H B2 E &
2, 15N ES albF R N24%, 16-10103#
IR A 9%. A Bh Ak 2% 2906 T (ITHTE A
WS R F bR HEVR T, AT DLW B3 n dL A=
FE2, RIEH ROk B 2 B a5 AT AR IT
S afE RERE RIL30%-40%. L 24K
W SN B A R, LR R I R
WA . TS T DA R Bl B R T R R
TP et al ' OB S8HI K B4 AN il 3241
CK20 mRNAPH I #3£(32/58), K48 h11350
FAPER 1K (35/58), HorpaR vt D) B4l 72 1451 BH
PERIE(21/44), AEMLIAPET- AR L1124 BH P R &
(12/14), 21 BV R BB ARG 7-14 dF 1141
O BIvE, 1260 RA DI RR B E RS 7-14 dfF
1B FHPERIE. 4518 /RCK20 mRNAFHPERIE
5 R g va B A R EE TE 0%, {H 5 Dukes /3

DX 5l bk 2L 45 2 B B 0zt Ak e A% 1 AT DR (P<0.01).
CK20 mRNAPH R IA B35 Kl 4 23 b ot
o FE(MVD) 1 40(88.5+15.1) 5 VEGF R %
K Z(65.6%) B i = TFCK20 mRNA WP &5k i
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HHIMVDI0(31.0+12.9)FIVEGFBH &A%
(19.2%)(43 5lP<0.01, P<0.001). 3% W K 40
ZUPM VDAV EGF FH 8 55 K i (1) 903 224
WHEE . DukesZr il Wk 45 M A B R 15 I
FHOG. K AL R A 5 ) L ik it v o
AN B R 15 DL A DA DG, CK20 mRN ARSI
X KW UG FIWT 7 RO Al SR S LR A BT
HEERE S WNE et "M FJCK20/RT-PCR
T35, R ik L S G R A O, IR L
UG HIOCR. BEVITORIL, WS 2
TG 2. 4518 R WCK20 RT-PCRYZEH W 41 412
R LA o s R RO, B T A T B
(YRS HH 20 R0 PR 7 9 AR A . K W e K L 5
T A% ARSI 45 SR 5 WG DRI WA T A R0 LI 8Ky
Fitr, AT fi7 3697 I EZR bR, bi)S,
Yl et al™ XA FHE [ CK20fRT-PCRELA,
XoF S84 K s KB 2 A J) i AR 8 A 2 A o A
TEARTT AR JG AN A I (R HEAT T AR, g5 3
ARG Mg o 52 R 3 A 1) K e B8 % C K20 FR BH Pk
2(16.3%) 2 EC T K 7% (88.9%). XKW
K e ML % R SCE AR i 2 R ki s A .
BASIE A K s CK 20038 4k A Wy T T o
IR R RS, AR A L% 1 508 TS 2.
Z., i CK20 RT-PCRJj V2%, Z)aA%iB i Kb il
PR AR AN, AT AR S SR K W R S R
B RVGTT BN B FI R P 1) — R AR A PE L AT
I ) 3 AR AR, At B 175 11 PRORT BH 2 &5 L A8
R R, A BRI IR S8 Br B A . PR,
AR S 51 7 M 00 K i £ A I B R T R A
T H G =R RS fi7 3877

5 AR EE

B2, REFITAERNTCK20. KW ik e 75 1A
FUAF TR KHERE, (HCK201M 40 T 2447 N JE
AR AIE 38 A i 1E— 2D 5T, Bk B 5 TS (1)
DI R AFEE. 15 NCOA3 08k g et
955" (chronic inflammatory bowel disease, CID)
B RPN B . R B 0 R
AR HRECK20 3K B, MM EECK20
(e SRS T IR R T RN A, 5
IR AR 2, AN TT A AE P, T RS I I R
BB — S, S AR S
—, Rl g5 KA R bR Al @ PCREGAA & A7
T [ i, 0 (1) ERTR P42 0L 21 4 M, B A
AFAE AR B FL PR s B R =), AN — S8 A A0S
(R IRT 40 s (2)PCRECARM A UK, 5 EAT 250

PN BLERAE; (3)iti Bk DRI ot ml 7= A= AR BH P &5
A (OHF HEmRNAT TR AR A, FEAF 01 A i
FLHEERAT I ASIE T RT-PCRINGE; (5)# % T4k
AN bR ICIER )RIE, R = AR 9 1k
Ji4h, PCRELIN 2 H] &3 5%, BRI 7 H) 2 iR
WEFE, X SIS W SO A K. HL MR )
¥ HRZEZH B, WO R i b)
B — R, 5 0UE D) R
e WL 5L X B K g U e A U A
R R IC ) . KA er alT R HRSR K i B
FIZ WA A 23> 7R i), RAIRT-PCRE
28451 K e 8491 M9 v o 8 AN LY 3 /4
1 8461 Ji e e FEE AN B TR0 2 L 114 R 1k SR R
A L0 13 %) 2 1) 4 i i CK-20, 23 e
IK-S-4£ ¥4 i (glutathione-S-transferase, GST), ¥
LR (R A 35 2 I F47 (human telomerase reverse
transcriptase, hTERT), 424725 (survivin) X 411 /iy
ST AH < 2 4 2(S-phase kinase associated
protein 2, skp2)[mRNAZFK A HL. SE5 45 R
F KW B A I CK20 mRNAPHPER N
89.3%(25/28), JyJr v T i AN i 7 38 A B
75%(6/8), Fiie e B A i 28 3 A 20 R0 4% P S 1A
YUPHTE R A 61.1%M163.6%, IFH A4 201FKIA.
KW 21 CK20 mRNAZ A 5 s vp 5 J5 AN
RN IR R AN R 2R R 5k R A2
(&AWL 2200, 5IER 4L A 250 A1 A
CK204E 4 K W 43 b i ) IR IE 38 A% 78 57,
ARG DR e S 38 A P 50 P ks e A7 — 5 0 3L
B et alM 438 CR20H A 4 i AUk bk, ]
FH T 15 e B sg 6 2 . T ARAE er al™ R0 JR
I % 40 o (HE G £2) 1615 CK 20 e 93 LA A I 7 7%
7 o, BB r, RE LS A B e A — e e R
Wrft. Yang et al""HRIEMAT O TF & -l
AR RMEERNAR 7L, CKI9TEA #5145
L S5 (R KA i A, AR IE W R
1) 45 H g (8 T AN Ik IR AR rh e Al
RN A 1) 753 0] F R 58 AN [ 208 1 BRI, 3
TR B AT B T AF (2 28 PRk 45 i 8 %
A B X RAERNAbREY). X IFRE T —Fi ok
1= ZE PRI (R oBrid A2, IX A o AR R 280 5 v
RO 3% 5 v B v 41 L C I 20 LA by i A s £ S -
Wz K de it 7— 408 8%, FIHRT-PCR
B F Q-PCRIMAE K i 187 A o it sl A& 4 o
fICK20 mRNAJE AT B4 K 53012 Wrde it
WA, = fe o K R 0t A g2 (kL w]
S WE AT A SO E, I T U FTIE
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Abstract

AIM: To establish a relatively simple and feasible
rabbit model of liver cirrhosis and analyze the
dynamic changes of function and histopathology
of cirrhotic liver.

METHODS: Twenty-four New Zealand rabbits
were divided into two groups, of which twenty
were received subcutaneous injection of carbon
tetrachloride (CCl,) along with gastric infusion
of edible ethanol for eight weeks. Animals in
control group were fed with regular water and
injected subcutaneously with the same quantity
of olive oil. The development of hepatic fibrosis
was recorded by Masson’s trichrome method
fortnightly. Blood samples were collected to
measure the blood protein and enzymes fort-
nightly.

RESULTS: After treatment with CCl,, hepatic
fibrosis was aggravated with time went by. As

www.wjgnet.com

compared with those in normal controls, the
levels of aspartate transaminase (AST) and ala-
nine aminotransferase (ALT) in the experimen-
tal groups were increased significantly (AST:
983.5 + 116.7 nkat/L vs 650.1 £ 133.4 nkat/L,
P =0.03; ALT: 1867.1 + 200.1 nkat/L vs 883.5
+116.7 nkat/L, P = 0.01), while the level of
gamma-glutamyl transpeptidase (GGT) was
decreased (100.1 * 33.3 nkat/L vs 366.7 £ 50.1
nkat/L, P = 0.01) at the end of 8 wk. Typical fea-
tures of liver cirrhosis and the formation of false
lobe were observed at the end of 8 wk.

CONCLUSION: Rabbit models of liver cirrhosis,
with a low mortality and high success rate, can
be established by combination of CCl, and etha-
nol in a relatively short time.

Key Words: Carbon tetrachloride; Liver cirrhosis
model; Rabbits

Li D, Zhang LL, Hou HS, Shi Q, Shen BJ. Dynamic
changes of liver in cirrhosis model of rabbit. Shijie Huaren
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JH-4&  JHASEAR A T g 2 7 T g W N A B )
WL, TSt (liver cirrhosis model,
LCM) I HIE & T AT I I 2 25 2 WE S 1K Al
XN AL B B v B 2 . TS )
PIAEG N 200 2, H AT = 5 N385 8 58
A BRI RLCM, — A A TELCMZ /b
BB, RBEW I D, A 24 - CCL A
T S S A AR Y, T 0 SEB6 1
JHF 2y i R0 A1 23003 BR 27 (1) OB AT B S WSS, B
PEPR T G FH B4 P AR s R B 27 A0 12 W
Fabw, HARR T 2B S R AR V2.

1 MRRTSA
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2R R24 2 KA E TR R AR, L AR
B AR B St I FT 0L 45 TN 2 R i
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(GGT); ItEwEREF(AKP); &8 A (TP); AEE
(ALB); ¥k H(GLB); H/EKILEI(A/G)FIASTH]
BAZ.

St A0 S8 HE Dimean = SDERUR, 4
7] 22 5 AR 56 20, P<0.05 4 25 57 AT Gi il 24

2 B8

2.1 SR LI BT 5 B,
R PR BE, CTARANIR, X AR SR R SR, 24
BREGLMICGE, BHATE TR, 55
R KEE, ZHE G, HFMBCEHEMR
VLA 2%, B 2 1R Al B R Ak
B, AREIER, B ROEIE, TN, B
FEP VLA J2 0. S804 20 ARS8 2 wk
TET 2, FET- 20 10%, ff Mo A 25 0 B A
A (EIB); 1L A AT —FIseT:. HRAF17TH
TEEEG8-9 wkoR ki 5 T Ak OV 5% 21 JH-4i
LT BB RN TE ), IE R A1k
$94.4%.

2.2 AP A IE W N Bt R Ho'sh,
BRSNS AL, K/AMEIE RS HE(E1A). S25 4 %R
8 wkA AT WL HFIEARFAGS /N, RIS /N5 1 B/
WP, Jostt, B A (E1C). I /N
SER SERE, T A MR HE A RS, A DG 2, TS
AR A (E2A). S22 wkHF S K,
by N AN U R B 0 O S e D oW R i A
RFSEAE, JO0E N DN (KI2B), SE464 wkIT I
COPEME IR, PR A, v S Ik R L 4 e 2
s FOIRIRIE(EI20), 9y /M g5k, D
LRYEsh A MR, 6 wioR 7] UL P 9k 8 P 4T
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2 G40 A: Health; B: 2 wk after treated with CCl,; C: 4 wk; D: 6 wk; E, F: 8—9 wk; Masson trichrome stains show

extensive fibrosis (green staining) and the formation of false lobe, X 40.

R 1 RFFRCRINIEPRIFF IR

#(SEHIS)/Wk (mean = SD 7 = 20)

LEmE]

0 2 4 8
ALT (nkat/L) 883.5+116.7 5451.1 +266.7°  3867.4+266.7°  1867.1+200.1°
GGT (nkat/L) 366.7 +50.1 350.1+66.7 166.7 +33.3" 100.1 +33.3"
AKP (nkat/L) 1416.9+ 133.4 1233.6+100.1 1166.9+116.7 1150.2 £ 116.7
SBES (/L) 66.9+6 68.9+6.1 62.9+4.1 57.5+3.8
BE8 (/L) 36.6+6.4 36.1+6.2 29.8+4.6 26.8+5°
HES (g/L) 30.3+55 32.8+59 33.1+3.7 30.7+2.4
A/G 1.2 1.1 0.9 0.9
AST (nkat/L) 650.1 +133.4 23005+ 166.7°  1266.9+100.1° 983.5+116.7°

°P<0.05 vs 0 wk.

eI, /Nt aE 2L, I8 A SR
/NH(E2D). 52568-9 wkIRAEH I i L, M
e R ORI A DX U H P e i 2 4 A 23 i Y
(B2E). BN T2 T 1, AR /N Py JH- 40 i
PRLTORR B RS, AR T, 5K (J&12F).

2.3 et s SCIHTALT-4883.5 nkat/L,
M2 wknTF45451.1 nkat/L, SR 58T R %,
0-8 wk: GGT, AKPFIA/GIE I N 4, ASTIH
WAl D).

3 111e

LCMEENL 7 vk 2, WA i W R 2 W
P CCLIEPY. AR SR EET . AR
I ol R as LR R 2
PRI AL S, Horh CCL R TS S LCM
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AL 2= EE ). CCLE FFORL M4 41 i (5 25 P45 03
TG 25 BCC LB 40 M I i) B A, 5 1 g it
SEAT IR B 45 4, CCLIE 53R (A iUE ALty
B, PR LR, SRR R <=
B7BET AR C C L S B i T 4 5 -1
H-Pid, AW, CCl i Esh i
AR I PR A B8 ) S0 35 A, 1 40 A 35 -6

Ji IR IR B DR 7 R0 40 P A K DR 7 52 Ak e-Met fH) 3
AR U, T 40 A - 1R L /N DA
TR B ACEEIG B, wy 5 L 1] K s A
FHHAE — 22 ok F /I RO U A, SR
300-600 mL/L CCli#scElip, $%1-3 mL/kg,
JE20k, FHEAL AT 7E12-13 wkIBE>"™, HCCl,
o Wi B RO, T S S e 2 e v e ik A
Wiz, WOET ] A 30%-40%, W FE(RCCLIK

AP RAIKK,
ARADN, Ry AR
TR IRAE, Blde
#) /I MRI1#t 4T F
Eu ) s SR b)
ARAVE P AR
MR, AR T HetE. A
IRBET F12SH
frag iy £, &
R A A G AR Fe IR
AL R,
T RAK, A
o T A8 AL 25 4 06
57 A tm s 7
HyBEARY
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RS AAEEK
VR, 2R RIR
PAFREAR E, A
ME M. .
FAE. g
¥ R AT AR
P, AT HAT
ot 45 M)A B IR A
AR et T k., BT IR
wHEMEL, R
WoE R, T A
PR K. MK
F. FE. R
Rk Ik,
Ao FFREE S
3 it & % P450:
@ e & A P4S0H
—ARIEHE R %
%, B KA Y
1000/~ R F] #) 4
fo & £ P4504 B
AT R,
SR T 744k
B Rk, ETHA
VAR AR
P450, & & £ &4
25 4 BACAK

JEE D) 5 A I AR [B), SEHG T AT PR PR, S
CCL A I A ] e BIAH 4l ) 250R . LA
B A A A i) D D, s N AR AN 2T
30 g/dRIATF A A2 2 B mT R 4
W& i, JFi5 S P450%EYE, MM INCCL I H
BENE, I0SHE AN B R ZER 2, 1 S ek R 3 A ),
[ B R 920> 9 2 ) o AN T AR A . e b 3R
IRHI300 mL/L LT A ME—1ORE, B 5275 52
We), SRR I G, ki R Ay, TR
Breid . 5 EHREER I REMRE, 2960 dEITE R T Ht
R R AL, A S0 A% . Tl
A By 2R 5 FH G ASE N [R] ot S

TS R, SER A RIET £ K AELET
3wk, ZAF S i, A D 0
B(E1B), %L hatbccLh # g IR,
RO RE ML AR 5T, SR IMAE N i E, 3
B A G, FRATHE E 20K C CLyE 77 5 %
%, 491 wki R 82,5 mL/kg, 3= A
LR, ARG T FET . S O AR R
YIMEE, BEAMER ZE 5, S84 il AT
BRI, PRI 9d D FE S AR I L, AT
PR 129K, BEHIET .

o T2 A A7) A DA HE R AL T B A
FabR, ARSI A AR T LAy R 33 AR PR
B ETYESGAFIE /N O G R HALT &
JITE v, RO M b B, BN DA
MERIRIE N £ R ALTA B R %, (BT
IEHE; GGTHIRFSLARAE L . e )40 T
DT AR VE SRR S A A, AN R SR 4T 4
B H /N Sh ) g R IS 42 D TH A LR 2
LTl B sk, FFIhREFREEZ i, &
JCER 1 RE ) BRAR, DLALBHEAT PR/ B ok B
B, FEA/GLLHIEE. SLRHAKPEA FFEHE
ANBR L, TTAS TR B BT, IREE B TAST
FEAFAETLRAR A, 1T LEERICCL, B8 3 41
PR R AR 1 A2 231, S BAST B
AL, R AT WAPTTIR R ZE K, X & AT igi{k,
AR ) P RRAE.

B2, AV T SRR, H
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Abstract

AIM: To explore the amount of bone marrow
mononuclear cells migrating to the liver during
allografting in mice.

METHODS: Bone marrow stem cells were iso-
lated from the bone marrow of mice by lym-
phocyte separation medium and labeled with
PKH26. The labeled cells were subsequently
infused into the caudal or portal veins of differ-
ent mice with homogeneity, in which hepatic
injury was induced by carbon tetrachloride and
2-acetylminofluorene. Two weeks after trans-
plantation, the migration status of the cells was
studied by fluorescence microscopy.

RESULTS: Liver cells were found at portal re-
gion and central veins of hepatic lobules in all
the mice. The PKH26 labeled cells appeared at
an average frequency of 175.4 per section from
the livers of mice received transplantation via

portal veins, and at an average frequency of 172.9
per section from the livers of mice underwent
transplantation via caudal veins. There was no
significant difference between them (P > 0.05).

CONCLUSION: Bone marrow stem cells are able
to migrate to liver, the numbers of which have no
correlation with the approach of transplantation.

Key Words: Bone marrow stem cell; Transplanta-
tion; Vein

Mu LY, Han MZ, Qi JF. Comparison between numbers of
bone marrow stem cells migrated to liver after infusion
into portal vein and caudal vein. Shijie Huaren Xiaohua
Zazhi 2006;14(14):1408-1411

ik 4
B & DRABHT @b, £RAFARE
AR MG &) Z AR RE L AS 694 L.

Tk D& 3 R EHPKH264FEM D R
BB b ey T, o 5 A Re B # ik
Fa I BRIEN B AP 718 69 CCL4-A AF 2 s AT
Bt 6 AR A, B2 wkis o B BIF 4R,
i R BB M AP A AL R R A RR
BT fm A&y BT R ST A4S 049 %5 0R) .

ZR: maARKIT et b BRI E XY
W AT A 049 BT 28 e, PKH26ARIE FAHE 64 28 i /2
M # AR AS L2045 5 T Bk R B34 H175.4
I, e BB AL T3 172.94(P>0.05).

B R T AT R A e K 5

FE8a: BRET ARG, BAE; #Ak

BmE, HBHEF, L2E DNERNESKEIANNR
SHRTHAROFEIBHIEER. BREABUERST
2006;14(14):1408-1411
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B NERFEROETENIPKH26RCEISRET IR x 20). A: AZH; B: B

FEMR P SR AT LUy A6 Ol Bh e e 46 RO F AR e,
AT A A Qs AT A0 MR AT A0 AR R T
J, A SR A A T R AE T 36 T T A
R TR F TR E AL AR PR IR R 2 O TR IR,
HILR AR W RN AT ARG TH Ik, L
UL 2% FRA T T IDIOR Jre i K A 2% 4 A8 I LUK
bt O T 0 P AR DR N TR 2 T 2 T AT
IhEEZ i RES N

1 #RRSE

1.1 ## & BALB/c/MR, i 18-22 g, IgKAI
Tl 5 T JRVEE B B K A2 B ) S v YK
J 53 B ORI AR L R BR A A, PO
S TR (G R T ML A, 2- Sz 2
%j (2-Acetamidofluorene, Fluka Biochemika), £1.{%,
WIEHRIPKH26(Sigma/s 7)), 28 4 HE-400(K
AR A B A \]), DMEM(Dubecco's
modifided Eagle's medium, DMEM)5 %3 & i 4
M3 nvitrogen/A wl). T2 £ REI)2- L1
RAIED 1420 mg/kg ight7 d, 8 dip I gL CCLAH
Wi 20 mL/kg, 9 AT HERHE, 10 di2-4
22520 mg/kg ighh7 d, 45 FHR isisy.

1.2 7 % JowF AR A RO B, F
FAEMBKMH A, Baed7-554 k)5,
3000 r/min{ /5 min, B EEZEMB(PBS)E
A, AR TR LA 2 B o0 8, WA b AR
FIEi i, FHPBSYE23, 1515 88 k% 40 i, R H]
4 pumol/L PKH264 1L T 43 5 H K (1) 7 i R k% 4
F, HBE T A0 AR bR T W R
BET 20 B (1) 5 Wy W8 5 G il a0 A% 56 40 i
PE, ¥155195% L E, o] H A ki, (2)A41/
12K, H10 /LI E L ZH LI5S0 mg/k gk
Ji, BB IE TR U 0, 480 ik o g S T
M HEH0.3 mL, JEH11-0TCHifn 48 & kst &
20, Ftipl JUH %%, R85 K ERE. B4/
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B2, MUY R B, &8 Rk N
41 BB (4N M B8 R 3 X 10°/4)0.3 mL B HiE
2 wkJGabAE N R, O B R 412R, —
Ay BT, AR5 E-80 CUKAE T IRAE, FF
4% S5 T R BT A S 0KR V) . ) — 4y AE4°C
40 g/LZ 5 W [ 52, HE S (8 0 %2 10905 21
k.

Gt ACPR 206558 N, BBk KR R i)
ek FHPEGN AN, THE P + brvE
7e, R

2 BR

2.1 B EMBFHE PKH26WILS551 nmff
SR )E, R LA, 9Ot s
RN, BN U LR Fr b 3 n] WO 20
FOACER DB, 28 miEFARERN, 32
ANARANPKH26 bR Ic 11 40 il e 65 4% Ja FFAE. 1%
R PKH26 b5 e BH 1 1 48 i 7 A 4 &5 5K ) 201
BN RBCTIE 175440, BH 172,90, 248
2= AT, AZURIBALELES, TG 3% 2 7:(P>0.05).
22 FAREEE HHAEY FHELR ML,
A, B 40 B 34 52 57k 08 M I 40 st A A
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JEF /I e v S e Pk B Y57 DX 389 m L3 A 1 AT 4
(El4), 117 A, B4 PO A 0T 40 i o
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3 171E

8Tl M B O R R 4 e, e
KA RZAN, 1HH HFicollfliPercoll s &
WO B A RIS, U7 VR4S B 0 A
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4 INEAHERT TR, A: AZ; B: BAL

R 1 A BRAEKEIA IERICMIRE (mean +

2851 n LTESLLBIREL (T/EDR)
AH 12 175.4 +40.42
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XHIE AR A ML B 2R, i ELAS A AR 1 41
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PRS2 AR B N, A8 500 W s T ISR 41 21
VKR ) e, BRI W 20t 5 0 I 4n i, Jf
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A A 1) 41 N AT A 2 T I AR E
Ji& . VF 20U E RE T 20 A A 0SS HCR T
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JiL IS0 JE LA 3 N AR, 280 4 B 3R S RT R
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Abstract

AIM: To investigate the effects on small
intestinal passage velocity and expression of
acetylcholinesterase (AChE) and substance P
in rats by injection of botulinum toxin A (BTA)
intraperitoneally.

METHODS: Twenty-four Wistar rats of 8 weeks
were randomly and averagely divided into 4
groups. The rats in group A, B and C were in-
traperitoneally injected with 4, 2, and 1 U BTA
containing in 2 mL normal saline, while those in
group D were treatment with the same amount
of normal saline (2 mL). Charcoal suspension
pushing test of small intestine and immunohis-
tochemistry of AChE and Substance P in the end
ileum were performed 4 wk after injection.

RESULTS: The propelling rate of charcoal sus-
pension at the end of 4 weeks in small intestine
was significantly lower in group A (53.9% +4.0%)

and B (63.2% * 3.0%) in comparison with that
in group D (66.4% + 5.6%)(P < 0.05). There was
no marked difference between group C (64.3%
1 5.6%) and D. The expression of AChE and SP
were decreased after injection and the integrated
optical density were notably lower in group A
and B than those in group D (muscular AChE:
99.3 £39.3, 76.3 + 36.4 vs 260.1 + 114.8, P < 0.05;
mucosal AChE: 224.6 + 85.4, 230.1 + 120.7 vs
230.1 £120.7, P < 0.05; muscular SP: 161.2 + 90.6,
200.7 £ 65.5 vs 355.9 + 70.9, P < 0.05; mucosal SP:
198.6 +£60.3,229.7 + 71.8 vs 412.5+79.2, P < 0.05).
There were no significant differences between
group C and D (P > 0.05).

CONCLUSION: Intraperitoneal injection of BTA
can decrease the passage velocity in small intes-
tine and the expression of AChE and SP in rats.

Key Words: Botulinum Toxin A; Small Intestinal
Passage Velocity; Acetylcholinesterase; Substance
P; Rats

Han H, Liu QS, Liu WH. Effects of intraperitoneal injection
of botulinum toxin A on passage velocity in small intestine
and expression of acetylcholinesterase and substance P in
rats. Shijie Huaren Xiaohua Zazhi 2006;14(14):1412-1415

ik %

BaY: #FR AR A &% (botulinum toxin A,
BTA) I E 4 (ip)*F K R il ad ik B & f=
#5.B5 BE(AChE)#=P4s Ji (substance P, SP)& ik
EEREALD

Fik: 8JA#EWistar & K K24 A ALY AA, B,
C, D44, #2162 A, B, CL45 #lipABTA 4,
2,1 Uty A28 3 k2 mL, D2 *F B4, ip 4 22
K2 mL. 4 wks 4T N AR RS 236, IRE)
W R BEAFAAT o, 5 A LA 3 3 & 33 )W AChE &
SP#Yy & k.

ZR: A BAKXKR & ms kR E 5 (S
# 453.9%+4.0%4253.2%+3.0%) ) TDA
(66.4%+5.6%; P<0.05), 12C21(64.3%+5.6%)
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W RBP4 A \]); DABY
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BER BRE IoD BER EREE IoD
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Abstract

AIM: To determine methylation status of
RASSF1A, p16, SOCS-1 and hMLH1 genes and
explore the roles of their concurrent methylation
in the carcinogenesis of pancreatic cancer.

METHODS: DNA in pancreatic cancer and can-
cer-adjacent tissues was extracted by saturated
NaCl method. The methylation status of these
genes was detected by methylation-specific
polymerase chain reaction (MSP).

RESULTS: The methylation rates of RASSF1A,
p16, SOCS-1 and hMLH1 were 36.4%, 13.6%,
13.6% and 4.5% in cancer-adjacent tissues and

59.1%, 40.9%, 31.8% and 18.2% in pancreatic can-
cer, respectively. The methylation rate of p16 in
pancreatic cancer was significantly higher than
that in the cancer-adjacent tissues (x* = 4.13, P <
0.05). Two or more genes concurrent methyla-
tion was found in 45.5% pancreatic cancer, sig-
nificantly higher than that in the cancer-adjacent
tissues (9.1%, xz =7.33, P <0.01). No methylation
of these genes was found in 31.8% pancreatic
cancer.

CONCLUSION: Multiple genes concurrent meth-
ylation is an early event in some cases of pancre-
atic cancer, in which it plays an important role.

Key Words: Pancreatic cancer; Methylation; RASS-
F1A; p16; SOCS-1; hMLH1
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il %L
HH: #ml ABERASSFIA, pl6, SOCS-14=
hMLH 1 & AR F F A A a9 4 )7 .

Fik: KRBT AR E R BT B AR (n =
21)FefE FR @M = 21)DNA 7r\ﬁ] WS F
PCRA} ik 2 B W AR 5 34T 47

GER: fegEFmt, RASSFIA, pl6, SOCS-1
ﬁuhMLquﬂ;uwﬁi 53 436.4%, 13.6%,
13.6%A74.5%; MR T 2 3 459.1%,
40.9%, 31.8% A218.2%. pl6 ¥ A ACIA F /£ 7
UL R LA BEEEF () = 4.13, P<0.05).
45.5% MR A B A 24 )xz/\m;%rﬂ
WA, R TR FAR09.1%, ¢ = 7.33,
P<0.01). 31.8%MAEE & A ¥ AT —FP K
A 7 AL,

it AR W RALR ISR R TR
B— A HE A R IR MRS 09 K IR P
AEBAER.
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FE21a: BRIRIE; R, RASSF1A; pl6; SOCS-1;  ENEEESr Sy =l =2 LR A
hMLH1 KRB RN %

A dr A R E R
HEH S|¥E5l & AR P X
NEER, BB, KT, T8 5, BEH DEEDB  RassFiA  [EX 5-GTTTTGGTAGTTTAATGAGTITAGGTTTTIT-3' R & B 47 4 47,
EUERRBRAVNGDOERD. BRENBERT Y. 5'~ACCCTCTTCCTCTAACACAATAAAACTAACC-3' 45 R A% 7 IR IR
2006:14(14):1416-1419 p16 IEY 5'-TTATTAGAGGGTGGGGCGGATVGC-3' 75"’»7'%;]5 ? AR
http://www.wjgnet.com/1009-3079/14/1416.asp 523 5'~ GACCCCGAACCGCGACCGTAA-3 il
SOCS-1  IEW 5'-GCGCATCACGCGCGCCAGCGCGCTC-3' TE LR,
&Y 5'-CTCGTGGGTCCCAGGCCATCTTCACGCTAA-3!
hMLH1  IEW 5'-TATATCGTTCGTAGTATTCGTGT-3'

03I

JER M R R R R v, HLUE RS, HOR IR 43
THLE B AIRA L 052 WHFeor, Btk
RIS, Rl 2 3L R T 55 8 7 N CpG iy
HBLS 8 B T R 2 5 T 88 3 D e 1
Pt R AT ORI, 5y AR 2
[F) IR FHBEAG I B . B B 22 R D) S b A
B M v AN T B R B, B T AR A
A 22 PRI IR [ ) AR LS. A6 Ik, FRATTIR] I X6k
JFLAIRASSF1A, p16, SOCS-1FThMLH 1 ££ g B
o) B EAGIR S AT OE T, DAER N 22 4k IR A
PAE S e A L o 7

1 #RIATSE
11 A BRI AR Y. ()3 55 A 2R -2 149, K H
T [ R R 2 R, S A S D
Ji PRI TR IR KT S AR . AR AR SRS BRI VAR T
Rz, FRAEAE-80°C 41 N & H]. RHIHES (5
T 2 JI IR R A 3 ER e 2 R i, Bt o e 5%
LB A e A .
1.2 7 ik RSB 23 IU 8 21 SR 55
HZIDNA. KT GENME D [K] F AL A X 7]
FIXRASSFIA, pl6, SOCS-1AThMLH1BH T 3
RS S EPCR(MSSPYR M. S50 20 R 3 LA 45 4%
A STZEG CRE A P A 1) 0 0 2 A8 ol i W g ) 1T
SRS P EPCRIGAD IR, HARZ WAL ™ i i W]
H. BHEMSPA 5T FI WKL
Gyt AL TR R H o K 50 30 AT HOHE o b
P<0.054 7 57 i 3%

2 #R

2.1 BARFAEARE i A, RASS-
F1A, pl16, SOCS-1FIThMLH1 F LA 4 54K Yk
H36.4%(8/22), 13.6%(3/22), 13.6%(3/22)#1
4.5%(1/22); e, IR DR A R4 A e
MR H59.1%(13/22), 40.9%(9/22), 31.8%(7/22)
F118.2%(4/22). pl6 M AL S A 7 Py Fil 4 21 1) H
1 W2 5 (" = 4.13, P<0.05).

2.2 3AKA R PRI E 45.5%(10/22)
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RN 5'-TCCGACCCGAATAAACCCAA-3'

xR 2 BREEEQBIZERPEIRGS

hMLH1

=z
o

W N Ok WN =

RASSF1A pl6 SOCS-1

N
- O ©

N — — — s
O O 00N oA~ W

X
e+ 0+ + 0+ + 0+t

N
I+ + 1+ L+ o+ o+ +
T T T T O T S T B S B B I B S S|

| I I Y A N N S I (R A N - AR I R B |

N
N

g A, H A AR 2 A B2 A B b IR F Ak,
B R TESHL222, 9.1%, v* = 7.33, P<0.01).
31.8%(7/22) i g 5 A Ak HE AT A — ol s [R] P 6
1h(3£2).

3 e

i Mg R R v, TG 22, PRI IR A I
Gy F AL, FR BN R S W AT Tk
b R M ) S SR LR T B R A SIS N
TN R B JBE R (0 R W — A 2 RS
Z W B R R AR, I e A s R R AR R
59 S DR S50 I Ab, 8t e A AR A i
S8 R AR AL R VR Y H 3 52 B F L. 98 SE A
JH 3T N CpG it AL I 5 BUZHE R 0% A
O 1A 2 B R R AL — 4 E R R Rl fE
Shy P LR SR R A R AT AE
SER e B 1 SIS Hovh R R SR A
HRASSF1A®, p16, SOCS-1"' ZhMLH1""%%



1418 ISSN 1009-3079 CN 14-1260/R HRENEBNIE  20065E5818H 145 1487
W & 15 40 RASSF1A(RAS association domain family 1A) RASSF1A promoter methylation and 3p21.3 loss

R0 A B
Wik E &, RTT
AR TR
MR S R g% P 8
o L AR AT
B ] B 4 & 23
AR i Fid
T o0, #4ET
WA & L AE

128
B

FERA T Yt Rk3p21.3, 2o R ILI s
FED. H T2 RIS B TR 3 R
Rithz 5T 2R st 2L AR — Rl
CDK Y, ploE N RSB 2 T 25
PR () N I R . ARAE g T p 168 TA A8 32 2
i1 )a sh 1 4L S 8. SOCS-1(suppressor
of cytokine signaling-1)3& K ZRIAF=W)1E 3 40 g
N F5 51 F@a il i e+, 25 TIL-64
ERWER . T E SR SR B8 R 1 45 A A
xRN R RS, e s R e
R IAZAET B st g 2 . g
BeAE AL I hM LH A AR 5 & 19 S8 AR 7 gt 4%
PR A P 45 L i (HNP C C) A ke £
HEAEH, B3+ L S 8L RIS e K
il AT (MSDILG A B — AN EH
PREAEN T A e — e B DA Al o e e v
I AE 7 RIS, ASHHIPY, TFPI-2Y,
RUNX3!4 X BEE s ik 7R, 2 ik R[] i
W25 T M R R R

ST S e IEAT, 2E R T CpG
15 FAEAL R A (CIMPYIX —ME&", 5 £ 40
ShE b, 22 R DR A 2 I R 1) AL
il FEFRATT A I R 4R B R o, 45.5% (1) S A
TEPIAS BN AN DL BRI IR SR, I 25 4%
71, CIMPZJR ] f6 A2 JB Mgt B2 1R R i AR 22—
TATVRIN, 31.8% L& WA TAEAL I %, 2
IRCIMPYBA 2 53 H 43 BRI 1 R A
et R EIR, B 41 2 I IR H IRk AR
0 TR SR AR, PR R DR R A R
JE R A i — AN LA, 0T e iR 1
HH W BT B . 48R, B TCIMPLE
JER R e R LRI PP I P L, 0] BE 22 Bk DR R AT
F TR G736 [ IR X6F C TP B 14 g Ao £16) s A A5
FEREAT 73 A7, DAERAST 22 DA A SRR A BT 7 J
e ST VBT KRS S5 T AR .
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(6)TH LTI A5 A BT ARBIE T P By R, 7 AR DR i L

2 ERSZR
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Abstract

AIM: To observe the clinical effect and
complications of transjugular intrahepatic
portosystemic shunt (TIPS) in the treatment of
liver cirrhosis with portal hypertension.

METHODS: Fifty-six patients of liver cirrhosis
with portal hypertension were treated with
TIPS. Portal pressure, flow rate of portal blood,
flow rate in the shunt, internal diameter of por-
tal and splenic veins, blood routine before and
after TIPS were measured, respectively.

RESULTS: TIPS was successfully performed
in all the 56 patients (100%). The portal pres-
sure (cmH,0O) post-TIPS was 22.5 + 3.5 (P < 0.01

vs pre-TIPS 43.5 £ 4.5). The flow rate of portal
blood (cm/s) post-TIPS was 12.5 + 4.0 (P < 0.01
vs pre-TIPS 46.0 + 16.5). The flow rate in the
shunt was 158.0 + 60.0 cm/s. The internal diam-
eter of portal and splenic vein (cm) post-TIPS
were 1.13 + 0.086 and 0.90 + 0.056, respectively (P
< 0.01 vs pre-TIPS 1.52 + 0.082 and 1.26 + 0.034,
respectively). Hypersplenism was found in 30
patients, and the numbers of leukocytes (x10°/L),
platelets (x10°/L) and the levels of hemoglobin
(xg/L) post-TIPS were 3.92 + 0.76, 80.74 * 16.82
and 118.20 * 10.24 (P < 0.01 vs pre-TIPS 2.65 +
0.58, 42.56 +12.34 and 86.52 + 12.68). The clinical
symptoms of 56 patients with avrix and ascites
were alleviated obviously. Common complica-
tions were hepatic encephalopathy, shunt steno-
sis and occlusion.

CONCLUSION: TIPS is a useful treatment in
controlling varceal bleeding, decreasing por-
tal pressure and partially alleviating hyper-
splenism.

Key Words: Transjugular intrahepatic portosystemic
shunt; Cirrhosis; Portal hypertension; Hypersplenism

Qin JP, Jiang MD, Zeng WZ, Deng D, Xu H, Wu
XL, Wang QH, Gu M. Transjugular intrahepatic
portosystemic shunt in treatment of 56 patient with

cirrhosis and portal hypertension. Shijie Huaren Xiaohua
Zazhi 2006;14(14):1420-1424

DA

BE: RiT 23 A #HRTFANTKRSRAR
(transjugular intrahepatic portosystemic shunt,
TIPS)i& 7 AP AR AL T Bk & SR 2 69 6 FR T BRIt

Tk AFARAL ST A R & R B 560, 47
TIPSK, X R BEANWMEMNEITHKET RN,
MR TTH AR MEFRR AR, W E TR 5
FAE ARk A SN R A B

ZR: TIPSRKRmZE100%, Nk EFE

(cmH,0) 24.5+4.2(P<0.01 vs K#T4945.8+
3.6), 1#Hk M ZEBAEH KA Z(cm) 5 A A
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1.28£0.095470.96£0.064(P<0.01 vs KiTes ERBESE T (CEF ¥

1.624+0.074421.28+0.032), 1Ak £ F fifik
JE(cm/s)48.0+17.6(P<0.01 vs RaT#413.2+
3.5), % ikih fe ik ik B (cm/s)164.0+58.8. %
et B &304, WBC(X10°/L), PLT (X
10°/L), HGB(X g/L)% %] #3.9240.76, 80.74 +
16.82, 118.20+10.24 (P<0.01 vs K#T#42.65+
0.58, 42.56+12.34, 86.52+12.68). £°id B )&
Tk IR, MK 0GR R 24T 4. W LT
B ATV A, XRE R K.

Z5i8: TIPS, — Ak 57 FFARAL I Ak & )R 52 69
ATk, MR BT IR R, 3544
B, FIRFIRE R

KB BT NEBRIFNITERSRA; 1897, S,
IRk R RE

=EY, TBOAS, B, B, HiF, RS, KR, BER. £
SREPIXET I A D RA BT AR IS EES6/H. t85R4E
NBIAYE 2006;14(14):1420-1424
http://www.wjgnet.com/1009-3079/14/1420.asp

03I

2 KT N T T4 73 iR (transjugular intra-
hepatic portosystemic shunt, TIPS) & A7 HHif{L
TR T v HRE P B 38 0 i ok i ik a2 3
(1) EIHATE L A RO VE, TR A, ER
KE/D, BN SZVELE, I RTT R0H . IRARIES6
TIPS A £ 1R I R T 24

1 MRS

1.1 #4#+ 2000/2004 3552 1% T TIPS ARS641, 55484,
L 84; FEWE H33-67(T¥446.5)% . LR AL
5041, ZHFA I M BUFFRE k2451, 2 RS
JREA A9, 56491 5 A T Ik s FRAIE, A7 B
higseika30f, friwEE ihikaefl, fridmE L
B R 2 E A ihik 1061, 236124 AR iR TT
Je ATy R L 106128 Y BT LA a5 itk
FVAIT AT S S I 7480 8 A I RO R B )
WA, 6B H AT ZIZ TIPS, 10414 IF
CEARE. 16611 R EK, 20408 K, HodmifH
PEEE /K 1045). Child-Pugh AZ220151, BZ%2611, CZ%
101,

1.2 Z ik TIPSR EZU0 A &)
A e BNk 2 ), i RS 530 mL, 8 mLJs,
JE 145053 SEIE AT A1 T T RKGE 52, A 250
DAY 5 R T ) AT, A T BT M
ik Ay o0 2 R P T TR K A S 1E S A
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FARIE mo RER
MRz (6-12) 18/42 (43%)
(12-24) 5/30 (17%)
FiE= (6-12) 2/42 (4.7%)
(12-24) 1/30 (3.3%)
(24-36) 2/25 (8%)
B AT (1-6) 18/50 (36%)
1M (6-12) 4/42 (9.5%)
AN (6-12) 3/42 (7.1%)
2R (6-12) 2/42 (4.8%)

Bel Ik, K, FH8 mm/60 mmERFEY 5K 5
Wi, HA10 mm/60-80 mmidk 148 S0 4, 7
IEMALIE R, M. i mPIAR 51 aNBE3 mo
BEDT 1R, 9-12 mofE HEE IIKI&E A EE; 12 mo
JE%F6 moBfiti LK. BT HEFE L. Mg, i
WL H B R A W8 IR G
TR0 B JEF P9 2 B3, 1 A LR DK PN AR 1
AL L.

SitF A iy £ Fmean = SDERIR; ¥R
I 0I5 LR AR 56

2 BR

2.1 TIPS ARH oL FRHEA s W, A5 T ik 2
T THR KA S84, 1 ik Ae 33041, FFBL
i 5 Bk 2 R D K 2 S8 8. 5 e Th I LR T Mk
2, B ik i B R R R K, FErh 3040 AT T ik
FAor 14BN IK 2t 240 BR TR
R AR, I Ry S B R A ik
e, AR AN RIS A A R A T
T b PR Ik A TS DR ORI R A L etk
Fr bk R K B 5. ol Al B R R M E R
P =l TR, MR B TSR
(107 G R R AR, RO & 2E: 1-6 mofT 18
111(18/50), FHH kAT 3o & 12481, 1 Ae 3 57
WA, >6-12 moflliFr4fi(4/42) ) 52 KAk, 341
(/4 A SOy TIPSR I RIEEE D).

2.2 W JREE5 45 R TIPSAJG I RIE IR AL B
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mings BOK AR R 2 TR AT L, £17TIPS
RAHRS MR R, BT A0S, 0T R AR TIPS R
ST ER, (L2 BeyT D, T AR EGE IR RAE (LM Py i, T
FORNAR, % mewm 516 (100%) KR TR RO 1 H I, A0 T il SE ) 1 7
gggié\;g 2, PEAIMAITT 40/40 (100%) FKH1.2% W WTIPSA S —Flze4x, NG
BAGRE. £ ae /56 (4% i B K 2 L 3%, TR T
A Eme 20756 (36%) BT 0, TIPSR Jy—Fhify 11

e 5110 (80%) I R 2% AL L F O 2, 3L W97
o 210 (20%) LRI R 52, VPO TIPSA I 7 2
SRR 26/36 (72%) BEEAE KO BRAR PR R 2 (5 Ik fh ok A G Dk
e a6 (111 ;U H L 75 4 L . TIPS AR

& 3 TPSRRAIGIIARSH. MRAMFFIIEIZEL (mean

+SD)

n DB bayin=]

[ IBXETF/E (cmH,0) 56 45.8+3.6 245+4.2°

[ JERRXARE (cm) 56 1.62+0.074  1.28+0.095°
IBEPRXAE (cm) 56 1.28+0.032  0.96+0.064°
IRXEFITHRE (cm/s) 56 13.2+3.5 48.0+17.6°
DMEIIRRE (cm/s) 56 164.0 +58.8
WBC (x 10%L) 30 2.65+0.58 3.92+0.76°
PLT (x10°/L) 30 42.56+12.34 80.74+16.82°
HGB (x g/L) 30 86.52+12.68 118.20+10.24°
[M& (umol/L) 54 458+9.4 92.7+£22.3°
BT = (umol/L) 54 38.0+14.0 31.0+£12.0°
B&E8 (/L) 54 294+48 30.2+5.2

LEEE (nkat/L) 54 1083.6+300.1 1016.9+333.4

°P<0.01 vs 2FAI.

JE, 20 K A HEE. BEV>24-36 mo 2561, 141 & E
JHF9E, 2490 S48 P 2E.

2.3 TIPSKJG Ik & % fnik ) ) 5 BT ) ik &
SYUETE IR T, TTBRE KA AR, T T
MR, WBC, PLT, HGB, Ifi.%, HZ0 & L,
S5 A W 2 R (P<0.01, K3).

3 e

JH-E A 2 e TR D ) — Tl i M s, Bt L
PRI T, 20598 1) o i 0 A6 2 25 I — &R 471
B FEARCRE, W BT A K il R LR
S - R T I A 1 I
AAE T KRLAR T . T e R BT B
. K O 2 IR e fE R I R
i, SRl b A R R 2, R
IBET - A 45%-50%; SER B [ FARIET:H
Ik S50%. A — FUR AR BT il ok i kot 34 H
I, T H ) 6 R 220k 50%, JF H 2 408
BRIET. HAENEIRIT E I 12%-30% 1) 2%
W, AR R, FFhRe 2 (UL CH), Kit

B e 5 | R A TE T R K
SRAR PR L, [ I BT T ik s, TIPSR
VTG R AE90%-97 4%, UE HY I 45 i % A
88%-100%"">*""" AL kIR IH: TIPSAKJGS6
A91) 585 1R 1D RS AR i 1 47 W 4 IS (P<<0.01),
AR T K A2 B IR bk AR AR TR B A 4
/NP<0.01), BE— 2D U] T R T Tk Hs ) PR
TIPSA Hhzt 97 280 W, AL R A K3
YERE BRI T T, 33X 32 S e TS 40 2 15 3l
M. SCERIRIEDY, RJG6 mo N 43 B A5 1 K
RN 17%-46%, RJG1 al /riiE s ik 4t
K HT0%. A416 mo, 1 a, 2 ast HUkAE K%
340, 43%(18/42), 17%(5/30), kT TRk
8, WTRES BRI Sk BIRIE R G %
BEA U e W4y I R 2 5 o i
ES N RN K, Z2RETARE4-12 mo, 7
G A B DIHLE] W ATE 2E. AHEN S R
BRI 3 40 I T L 1 SR ML B
NS CR)I RON 55 O, BH ZE 1) S 484
2 J6 5 ST 1 PN B 4 B i, xR P I A
{10 3047 T R A T 43 ST T T S T Bl A T
JEF i . P i 2 TIPS 5 = B RRE 2
—, RN A BR324 I 2 00 1)
KL, 2890 T TE LR BARIG A 3. AC
BRARIE O TIPSA i B s 1) 2 A2 6y
33%-55%, WBIRTT IE R AEFN13%-26%, —
FECH 25 mT ). A 20 5 648 i S A0 AT AN [ R
B m(P<0.01 vs AT, Hrp1841(18/50) K& A= JH
PRI, Ho R B R A36%. 4191(4/42) H B M AT
PRI, kAR 49.8%, S CERIRIEMLL. T
ATD3E WL 5% 30 M B 384 vy B HE 1 o 1) R A S
SO B LA A S, BEYI1-6 mo 5041 &
1841 (18/50) K A= I M, 1L v ] kA7 52 43
WA 124(12/18), 11 /e 33 i 6 1(6/18); btV
>6-12 mo 420115474451 (4/42) [ Sk AF, Hh3
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B1(3/4) A7 3ot AAEE AN Tk A2
Gy, PR P I 1R R AR, [ IR KR B
TRy T EBH WD RE, N Tk A S 2%
oK [ L 2 A 88 R AEK 1 JL R Ik P i, A 1) kA S
TR A i AR A T R R K
ML 1 K Ae ST Y o A4 3R 20%-30%
(g 220, B R A2 S i e A PR Ay o, R
HL VAW, 51TH KA 30 A #
75%-80% I RT ShAEAH L, AR 3L B o) WL, 7E3&
B, VU5 (P TFE)Hr 5 S 48 AL AE A T i
PR, AL R 1 FH S S b sl 2D 1 S BRAT L A (LI A
BRAT /T4 FE ) ) R AE 6 R T bk v s 1) 9 RCE 1)
KA, WD T SCRRME IR R A NS, (BAE
IR o ) R AR R S BRSO E T
ST A A7 — R I20B S AN e B 2T
RSO0, ANHESE S PLEE;, H T, MEviklk
B 7L S B BB 98D TTP SA I 26 2 s 11 % 2
%[24].

A BB VTR I, I ko vk o8 AT
4:36(36/56)11, W]\ yRE£20141(20/56); H IR
ik 5K 52 423 2 84611(8/10), B sk e 244(2/10),
AJGHE A6 mol T E it iEiEY. 66
i HH L7 B N7 204 0, 0 A KR B SRR H I
FEH1 2R 100%, 5 CERIGEARRL ARJE1 molit
DiRebE vy, M2 ST 5 (P<0.01), HLL 4L
ARHTPEAL(P<0.01), HEHMALTAL AN B
(P>0.05), ViHIPEETIPSH AR, TAA
S0 T D (R 52 AN K. A R4 T I T, K
T E B A 5 (R LI BN, 0 T DA L 1) 3
Wy, BEV5>6-12 mo 424453141 (3/42) 8 K4
Wi, RS S SCAERE IR AL A B Ok, BT IhROR
)2 I 21 25 38 o, RDUN Dhdabr £, B3 L
I AR REIR, To TRk AL B, BT 5L, 445(4/42)
PRI, 36 S AIF 52240 S S P 2E, 2450 52 48 Sk
A, GHIKCENSCHRE IE G4y IE . 53
BRI E TIPS A Ji5 F H 1 K 57 48 8 4% 5 4] 26
P 30615 M D BeTTIHERE#, TIPSA G
AN A I 543 B 0A S5 s HBE I ) 3RS, B
P76 mo, I G ILA B BIRFT A, B N
ANTEAE, ARE— 2. BEUIT mo 56414724
(2/56) LT I D fie v, BEV>6-12 mo 42
B, 20(2/42) K HERFE, 2060(2/42)5E T P Shfie £
vy, BEV>12-24 mo& A 30%1, 2451(2/30) K& A
Jui. BHV5>24-36 mo 251, 141(1/25) K A= .
R Dy e v vl g 5 iR AR 5 LA £ T g
7%(Child-Pugh CZ), T K(>602)H K. H
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%5 1994; 74: 150-152
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2004; 13: 15-18
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Abstract

AIM: To investigate the characteristics of the
clinical status and hepatic pathology of patients
with hepatitis B virus (HBV) infection in
immune tolerant phase.

METHODS: Three hundred and eighty patients
with chronic HBV infection of different phases
were involved in this study. The data about the
ages of patients, vertival transmission, family
history of HBV infection, hepatocytic expression
of HBsAg and HBCAg and hepatic pathology
were statistically analyzed.

RESULTS: It was found that 61.8% of patients
in immune tolerant stage were less than 16 years
old, and 46.6% with a family history of HBV in-
fection. Vertival transmission covered a percent-
age of 55% and in patients of immune tolerant
stage. Of 89 patients in immune tolerant stage,
the ratio of HBcAg expression was 78.7%. The

www.wjgnet.com

ratios above were significantly higher than the
corresponding ones in patients of immune ac-
tive stage or non-active status (y° = 38.73, 49.08,
17.2, 31.69, respectively, all P < 0.01). For the pa-
tients less than 16 years old, the ratios of hepa-
tocytic expression of HBSAg and HBCAg were
64.3% (45/75) and 72.9% (51/79), respectively,
in immune tolerant stage which were obvi-
ously higher than those in immune active stage
or non-active status (XZ = 1751, 31.17, both P <
0.001). For the patients more than 16 years old,
the ratios of hepatocytic HBSAg and HBCAg ex-
pression were 35.7% (25/75) and 27.1% (19/70),
respectively, in immune tolerant stage, which
were markedly lower than those in immune ac-
tive stage or non-active status (y° = 17.51, y* =
31.17, both P < 0.001).

CONCLUSION: Vertival transmission and fam-
ily history of HBV infection have higher pro-
portions in chronic HBV infection patients less
than 16 years old in immune tolerant stage. HBV
replicates most in patients of immune tolerant
stage, especially in those less than 16 years old.

Key Words: Chronic hepatitis B virus infection; Im-
mune tolerane; Hepatic pathology
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R IE R F A&
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) B A & 69 ks
JRE T R
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% AEE
SRS il 8
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HBV & 4 1 Fl &f
& 0E R %
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IR B H(y = 38.73, 49.08, 17.2, 31.69,
P<0.01). %Em 2165 AT 89 & HF AT
L MHBsAg&HBcAgra M £k £ & 3, 45
& 64.3%(45/75)#272.9%(51/79), % & T %
A A ESHBVE B REEH (] =
17.51, 31.17, P<0.001). %% 4016% vA L
9 B H A AMHBsAgZHBcAgM M & ik &
BAK, 3 535.7%(25/75)#227.1%(19/70), £
FIRT HEFH A EFHHBVE T RE &
F(*=17.51,%"=31.17,P < 0.001).

EEi%: HBVIZ MBS it 2 & H T 16%
AT %, B8 SRR SR IR AL
FH P75 B2 HBV AR L H AL
ARIEF G EAR S, B16H AT ) 4
523

R BEHBVIERYY; R %2, FFHSURE

AONAD, A, KR, FR2R0E, XRR, BEF, XE, £5. 18
M RUFFER SRR R A = ER S BIBARRIRAE. BRE
NBIAYE 2006;14(14):1425-1429
http://www.wjgnet.com/1009-3079/14/1425.asp

0515

HATHB V&Y 2 i FLmAT %, B E S AT
HiX, HBsA gBH AT % 51k 9.75%, F1.24C N
#5 T HBsAg. 18 PEHBVIEYL ) A Sk fEiE K, nf
FF8230-50 a, HZAEF AR R0, #3524
TAFE TR 5> A G it 5230 i BRI FIHB V
BRI SARE Y, DK 3800112 EHB VK Y
AN [ I 39 0 1 R 5 9 3R s 3R AT B v 4 BT, BA
PRSP HB VI G AN [F] B 37 25 119 1 A s 2
FE R, NI ST Ry AR T

1 #RIASE

1.1 A4 2000-07/2004-074F i 3547 HF 4L SUFH
38011, 5532001, Ze60fl, Fik2-60% (11
22.2+12.3), HBsAgfHE6 moll b, HH . .
T B RGE AP BIPE, PT-HIVIIPE, IhR
WA 2000 0BT I O aE PRI 2 BT
) U, it 2 AT 41)13141, 55108
Bil, 22361, FIIER N17.3+10.8%, L1168
AR 15 61.8%, T B0 s b B G D e 7
WS, HIGORIE. Bl Sl i 575 S pi it
Zip il s, AN HBsAg, HBeAgfIHBcAbY
FHYE, HBV DNA>1.0X 10° copies/L, FTFZH41TGH

& (%)
oA n <16 >16
RMmz= (1) 131  81(61.8%) 50 (38.2%)
RERA (1) 214 71(332%) 143 (66.8%)
RRPIAETESIR (1) 35 5(14.3%) 30 (85.7%)

¥’ =38.731, P = 0.000.

SRR, S iE S (I 240)214%1, 551824,
L3245, SFIEERY H24.0112.3%, Hirh16% L F
B H33.2%, AR I D RE R R AR
LI, #hH I HBsAg, HBeAg/HBeAb, HBcAbJH
£, HBV DNA>1.0X 10% copies/L, FFZHZL 45T 1
2. HBVIEG RIS SIPIRA(TT40)3541, 533041, L
S, SEREERY H29.4+11.5%, Hf16% LI &
114.3%; Jrf S AT D) RESS — HIEH, 4L
HBsAg, HBeAb, HBcAbSH ¥, HBV DNA<1.0X
10° copies/L, 120G a A A e it (& 1).
1.2 ik SR A B4 BT A Lgs 5 RS DUl if. A=
feFahr, I B % 9% (ELISA)J: 2 PCRYZASN £,
JHF9% B BUR SR HLI X HBV DNAGE 2, #5471
& KA R FTB I AEFACS Calibur 8 37 3040 oA (35
[FBecton DickinsonZy &) FIEilICD3, CD4, CDS,
B4 AL, NKAIA 40 Eb. SR sHF 4 R Ak,
HUHAZR, 40 o/LH RN, A 3, 344 um
YR, AR B e, et Wi T2
PREFEE, $220004F P9 2B 1T 1 O dE T & B
RITEE) PRAEREAT 205 2 2 (GO-4) I 47446 53 3]
(S0-4)°. FF4HZ N HBsAg. HBcAgf )% 4140 K]
S-PIAIIGE, BAL-HBsHPt. Rbi-HBcZ wilEhT
T B e 21 AP V-9000iX I & I A b 5t v i A4
FORA AT, $L UM AR, gl ik
VERAEZ OCHR[6]. Sy 4401 E ) E B it
Tota kA, A A B

St AR w O R 2 B £ bR
RN, BT K E R SN SPS S #% =X, N
SPSS10.04¢ tH A B AT 43 #r, P<0.05, %
INZESEH G L

2 45

2.1 Ve R R EAE L 3800 H o rp RESA AR H AL
12261, 1732.1%, YR A 25801, &
67.9%. HB Vg g it 5 RESE A 7745 5 DL e %
M 52 30 F v e B s, A 72490(55.0%), fe ik
HER4641(21.5%), MHBVIEGLAE T 34k

www.wjgnet.com



TBXAL 5. 8 CRFSRSRR R RMZHIRE OIDARIERHE 1427
& 2 HBVREREE2096I9NBMMEMIBILEE (mean + SD, %) W2 A W H
e Y& it % (Immune
tolerance) & 4§ AL
v E
HE n cD3 cD4 CD8  CD4/CDE  BYHIE NK4BiE s e i
Vo N B A
B 78  67.8:56 303:68 31.8:69 1004 164:52 13.8x6.2 ;-j’igé i*;%;i;j
49 109  715%77 31651 341262 10:03 1565x50 12.1x4.2 LA
AR o R T
N4 22 81.0:28 380141 39.0%85 1.0+06 80x14  95x2.1

&R 3 FFBEEAHBsAgRHBCAGPRIEZRIEIRT 7 (%)
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nH <16° >16 &it <1e° >16 &it
148 45 (64.3) 25(35.7) 70(79.5) 51(72.9) 19(27.1) 70(78.7)
1148 39(37.1) 66(63.9) 105(71.9) 24(30.4) 55 (69.6) 79 (53.7)
1] 4(21.00 15(79.0) 19(79.00  0(0.0) 5(100.0) 5(20.8)
®P = 0.000.

BT, N4BI(11.4%), ZRF G %E X
(P<0.01). A7 W & IH 25 S 4 13941(36.6%);
A G I S0 s R, B 52 T
E A5 d5¢ 75 R 46.6%(61/131), HIk Ay Ho 23 B
W12434.5%(74/214), &G 3E 75 3 W15 K R
11.4%(4/35), 25 A geit24 5 X (P<0.01). HBV12
P T G AN [R) A ST 5 5 A R I T, B bk B 4 i I
JONKANL 5 eS8 e W) i 22 5(P>0.05, #%2).
2.2 AR ELAE & RN ] A HB VKGR
TSRS B AL G0 X S /N P 3 e 34X
BRI A M, Y X R TG A 98, /N
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Abstract

AIM: To conclude the clinical characteristics of
213 chronic pancreatitis (CP) patients during the
past 9 years.

METHODS: The data of pathogenesis, clinical
manifestations, diagnosis and missed diagnosis
were retrospectively analyzed in 213 CP patients
admitted in the past 9 years.

RESULTS: CP patients covered a percentage of
4.38% in department of digestive diseases, and
the ratio of male to female was 1 : 0.84. The rate
of increment every 3 years in the past 9 years
was 38.6%. Of 213 cases, the rates were 36.2%,
42.7%, and 13.6% for biliary pancreatitis, alco-
holic pancreatitis, and high levels of blood lipid,
respectively, and the pathogenesis for 7.5% of
213 was not clear. 9.9% of 213 patients suffered a
continual abdominal pain, 44% with abdominal
pain after taking food, and 53.5% had the pre-
ceding two symptoms. Besides, chronic diarrhea
or steatorrhea appeared in 57% patients, ab-
dominal distension or diarrhea in 81% patients

after intake of high-fat diet (including alcohol),
malabsorption in 41% patients, and diabetes in
7.0% patients. Of all the patients, 72.3% were di-
agnosed with clinical manifestations, fatty stool
or pancreatitic exocrine function test, computed
tomography, and endoscopic ultrasonography,
and 27.7% were diagnosed with endoscopic ul-
trasound guided fine needle aspiration biopsy.
Of 213 patients, 33.8% were misdiagnosed with
chronic gastritis or atrophic gastritis, 30.5% with
chronic diarrhea, enteritis or chronic colitis,
11.3% with biliary stones or postcholecystestomy
syndrome, and 3.8% with pancreatic neoplasm
or cancer.

CONCLUSION: The incidence rate of CP is ris-
ing, and its manifestation of abdominal pain is
not significant, but of variety. Early diagnosis is
important.

Key Words: Clinical characteristics; Chronic pan-
creatitis; Misdiagnosis
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Abstract

AIM: To investigate the key points of
laparoscopic cholecystectomy (LC) in the
treatment of acute calculous cholecystitis.

METHODS: The data of 252 patients with acute
calculous cholecystitis admitted in our hospital
from October 1995 to October 2005 were retro-
spectively analyzed.

RESULTS: After carefully dissecting Calot tri-
angle, separating and cutting off the cystic artery
near gallbladder, and stopping bleeding using
electrocoagulation combined with titanium
clamps, 244 patients were successfully cured
by LC. Meanwhile, 8 cases were shifted from
LC into open cholecystectomy due to gallblad-
der cancer, immense ulcer on the globe part of
duodenum, Mirizzi syndrome, the serious con-
glutination of bile duct and the ampulla part of
gallbladder, the closed conglutination between
duodenum and gallbladder, and the formation
of inner fistula other than the reasons of haem-

www.wjgnet.com

CONCLUSION: Laparoscopic cholecystectomy
is safe and feasible in the treatment of acute
calculous cholecystitis, and successful surgery
should be based on the skilled techniques and
the knowledge of key points in the operation.

Key Words: Laparoscopic cholecystectomy; Acute
calculous cholecystitis; Complication
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Abstract

AIM:

METHODS:

RESULTS:

CONCLUSION:

Zhang XC, Gao RF, Li BQ, Ma LS, Mei LX, Wu
YZ, Liu FQ, Liao ZL. Effects of Weixibao nizhu-
anwan on gastric precancerous lesions 300 cases.
Shijie Huaren Xiaohua Zazhi 2006; 14:
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