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WE  HEATRZIFFHSEHBYIZUROLAE, HE PCR M7 14 FULE HBYV DNA & A
FEF B R 10 Wl Z N BETE T 40 8 5 L B 10 S 2 IS B G AR IR B I E HBY #% L
B G TR, BYESE A Sanger KRB ERETFAST, XRFEHS 10 PCREH.H
¥R 71.4%, B PCR A FEENESEHN BT ZFRSHE-CEE B FRNEEFERN (o 1 762 A—
T, 1764 G—=A), FHEHHABEEFE AT FARABEMHSET, FE C4 BEERAREETGHE
104, ZiFBEH e PCRAK. HP3 M HSRELCEESD TR ENRE, TR RT|FFE
4 PCREAXE, HP@ 1 AEENEY, SGRERZIFNEECEREFRREEENEES
PEER FR#EERZ, LERBETFERRE.

KON AP A LEREER T R FELFE; BS

b %E R735.7  ZRGIRE. A TGS 1003 - 5125(2000}03 — 0243 - 06

ZHRE(HBVM B REF A EFARAY FERE, 7 HBV R RERA#E, X
(EFHEF. FEmE, EAMEFAENRMRES T H, EEA BT RS 5 T 4
HMELATERE SF E P A I, A A HBV (KA SR LR M Th. BF % HBV DNA G A (K
DNA f%&, ¥ HEBV T E I HBV /9B, HBV BLEZREBHTF T A TR ER
FGER ZAFREERK, XFRTERA M ¢ HUFA 4, HIMBEGTH, Bk, 6f
FXHRTFIRTESFIALRREAE DNA PR HBY BBV BAHAFEEE YL, &
BFR3T 14 B R RREARADP HBV ECERBIHFREREFFIHT T NE, BT X
. [ #r 10 A Z M B REH K 10 FZIFREXERETE. MEERREWT,

1 HES5FHE

1.1 FSARKFE FEHETHEXERSARFRUGATFAREASNA P B W, Ltk W, iFLER
1o iX 14 SE YL BF R & MR HBY DNA HR#D). ZAFE B E RN EFRMFEERO ER K%
F-HEERERRALBEERZE, 230 10 AR 108 FRLE 2

Wt E HH-1999 — 09 — 07, #EE H B 2000 - 1 - 07
* PR R B 9817136 f1 0 4 7 BF I i (9836)
TEER A - FEPMO963 T ), B, FrAE A BETEN, ES#+, T HEHBV 815 FESE.
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1.2 W PCRiLF B H Promega 225 : BHERBTHEHARYM A Invicogen 28] ; W DNA HEREH &
QlAspin prep ¥ H Qiagen 22 8] ; M5 5 A F| &M Amersham International P/C, Buckinghamshire, U. K.
1.3 FSEREFMHEEEPCRET Y Ml MBHPEBREPERRE, M1 mg/ml. T L
0.5% SDS, F 37 C #ithil %, M . WiHHE DNA, B3 2000 +/min, 20 min. B 5 L DNA R EE
K PCR(nested PCR), R YR % S0 pl.. FHFETIT# 2 1+ PCR. £ — R4 M348 % B935(nr 1240~
1260 5’ GOGCTGCAGAAGGTTTGTGGCTCCTCTG 37 )1 MDC1{ ne 2304 ~2324 5° TTGATAAGATAGGGG-
CATTTG 3), E R F1F X 94 THHE 1.5 min 50 TiH X 455.72 CHEMF 4 min, 30 +HF GHEFH 1(72 C
10 min, 22°C S min); 3 R I M5 . XSEQL(nt 1547 ~ 1564 §' COCCGTCTGTGCCTTCTCATCTG 3°)Hl
HDE2(nt 2134 —2152 5 GCGAAGCTTAGATCTCTGGATGCTGGA 3'), R & 4:94 C T 45s.50 TR &
455,72 C B 2 min, 30 MIEFF S kEE LA TEF 1. OMFHEMLBRE PCR I WMS LB,

1.4 BHENEREERMONE BE_RI MW, L EEBPCR2.1 HK, F4C TAE, KAKRER
EXR EIIMEXRAENR AN, B4 EH EoRI BRI, AR ER, HETRAMSERED Q-
Aspin prep BRI DNA HT#F. SHEER 3 ~9E.

1.5 MM BE4L A DNA 5 pl #£ 1 pl. NaOH # 2 ul 3185 XSEQ3 (n¢ 1653 — 1672 5 CATAAGAG-
GACTCTTGGACT 3" )4 40 min, G 7 2 pL MFRFEWR, 1 pL HCI & 1 L TrHs. HCIF WP P | 25
min, M REHRMERNASET. AR WFERRSHETHEREGHS N ik, & 80 &, wt i
3ShEFWSEHMPEERERE, FO CHE M TRE REHERS X A —BERAHE WHRR &
Hoa

2 R

2,1 PCR HFEIMF2ITR, 14FREHITFAREERENEALSASER PCRY ¥, 10
# HBV DNA BHYE, HEE N 71.4% . ZEFREBHFEH TR NE HBV DNA B
A 60% .40%,

1 e AR EEEEE HBeAp/{i-Hbe i HINR B PCR %R
Table 1 HBeAg/ Anti-HBe Status and HCC DMNA PCR of 14 Patients with Hepatoceliular Carcimoma

weg 1% 5l SEM(F) HBeAg/#i-HBe B H i FTF PCR
Patient Mo, Sex Agelyrs} HBeAg/ Anti-HBe Care promoter PCR
2 B(M) 60 -/t +
Cc3 #(F} 35 -7+ -
Ca B{M) k] -/t +
cs #(F} 46 -/+ +
Cr F(F} 34 -7+ +
C8 M) 34 —f+ +
Cio #(F) 45 -/+ -
Clh FH} 50 -f+ -
C12 B} 37 —i+ +
C13 H(aD 31 -/ + +
Cl4 4r(F}) 40 -/ + +
CL5» 4 (F) 4t -/~ +
23 B M} 33 +/- ~
C24 B(M} 42 -/~ +

« B0 CLS M EBIPA#E . « Patient C15 tested negative for HBY markers,
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¥ 2 10 HEIEFFS HBY DNA A E GRS
Table 2 The clinical diagnosis of 10 HEV DNA positive carfiers
without Hepatocellular Carcimoma

k!

%j] FROF) HBeAg/ {t-HBe 21

Patient Agelyears) HBeAg/ Anti-HBe Disgnosis
B3 (M) 23 -/ + CAH
B4 Z(W) 44 —/- CAH
BR H(M) 57 +/- HC
B18 HBM) 46 -7+ CAH
B19 LW} 56 +/ - CAH
B21 21450 31 -/- CPH
AT H(M) 18 +/- ASC
Al3 LW o -+ ASC
AlS B(M) 33 -/- ASC
AlT (W) 43 -/ + ASC

+ CAH{ W% 75 2h ¥+ # ) - Chrounic active hepantis; CPH{ ¥ iF B 45 IF # ) : Chronic

persistent hepantis; HC{ B8 E ) : Hepatocimmhosis; ASC{ IGHEAR M # &) . Asympiomatic

carners

2.2 T BIRTESPALREAEDNAF HBVDNA B LEE B TFHRENS
HBV BB ENFAM (LT ot 1741—1789), " - "HE S B EHAHRAMNESR. /"%
REEERT FEANPEFEABTHFONER. "+ B RTHEX 8RR PCR =1,
“N AV TRTFIEREREMNCE(E 1762 K 1764 HEFER) . HiZEEAE W, FF A PCR MR

Lig. 23
¥ild type
2, (1+2)
c4, (3)
C5, (2+1)
7, (2+1)
C8, (2+1)
€12, (3
C13, (2+2)
Cl4, (2+1)
Cl5, (2)
Cl15, (1)
C24, (1+2)

At
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Fig.1 Sequence analysis of the core promoter region in tumor tissues from 14 patients with hepatocellular carcinoma
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HMENEE (o 1762 A—T, 1764 G—~A), F HHFBREAFRAIH B AR WAL S, 1k
ClA BEHAMEFHREY, € 10 M REMABREEY., E2RRIURFENREERZ IR
A IR [ FE HBV DNA #.CEFE B3 e F51 5 HBV B R SRHE P F RN i (s
B L), HETRZAFEE 6 5 PCR HAEDE 3 FlRERET, HRBE&F RS R B4 A
SR, TAEARMENFE 4 % PCR B (T 1 HIRENET,

v ¥
FTH|EE  TCGGGGAGGAGATTAGGTTAAAGGTCTTTGTACTAGGAGGCTGTAGGCATAAATTGGT

Wild type

B3(1+3)

B4(1+2) ~C—~A—-—T-A

B4(2} A—LC—T-G TT
. B8(1+3) —G T-A

B8 (1+2) C T-A

Bi8(Z+1}

Bi9(1+2)

B21(2+2) G T-&

B21(2) T-A

A7(1+2)

AL3(1+2) T-A

Al5(2+1)

AT (3)

M2 L0 AN S TR R 7 HBV-DINA 18 A 5608 & 30 F 7L 54
Fig.2 Sequence analyus of the core promoter region of HBY in sera

from L0 HBVY carriers withourt Hepatooellular Carcinoma

3 g

R HBV MR REMN R EPEFRHEFFRC XTI, HRY KBFILE
MAFEE. FFRAEAM HBY DNA FERF oL HBV BUEa) o T8, BWEHR
EEAREREERET HBV DNA MM ad DNAMESHR, HFEAA  TRE B
B S {3 BF 98 40 4R b R B HBV DNA B4 B 48 B3t 15 & DNA sh17, 7 55 40 27 40 Brb o 2 R 32
P A H HBV DNA RIEHLATA M DNA @5 OB k. R E OB IVREY, pfases
B, 4 RER M. IEHERES. KL ERENTE T DNA ML mEHIY . HBV B &8
WUMER LR Rk 8, S8 HBY DNA B8 -5 02 {3 e & 245 &) Bril 3 AR, tib i)

ihMES AT HBV DNA FEE £ DNA B E & 70 & . Fet, So]#iEREmilidvTamEi X
ERAZED, FFREI 71%(10/14)FFEBEMITRE M T UBV DNA ¥4, #11¥
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1/ HBVER. B TESERSMIL. MEARCKENSIMED N iS5 TL
BIREYER .

Tabor MRPAVERITHFBHERL SH (1720 FREIFAREANSE Z K E TI™
AV EA R, MR ETE RN LT 11%(2/18)IENERIIE 1 7 i B R o L 38 .
EHREMFAESEDA TVCAOREFD, FELABESFEAH A - R &6 &%
T, A CHAABRNZENRT, S 10T EERYSRRTE. CHFEE o G PCREAKTH
3R ERET, HKABERFA A AmFia SR, BERENH 4 8 PCR HESFV 1
WEENEY, AMABERIAHEELCERBEI TRREEF AR A PEE L. Fas
W2, LERENTEEREG-

XN RTEREEFERFTEE N HBV DNA R LREE ST 758 1762 {2
EEE A~-T.E 1764 (L G~A B ST, FHE 6T L (Precore )mRNA BIE 3, MTTERE K
PRy ik, {H 074 0BT 25 5 28 (Pregenomic)mRNA ¥4, Him HBV & #121, FaEHeM,
FTREAREH, Mg ERAER, ATISRAVETET EZH HBV DNA, FFEE £
# HBV DNA 58 A RE K DNA, FEHE A28 Ju i 40k 5 607 5 1, 1B st & 9 Al 40 i 6y
AR IARERETMHILS, FEFEHESERSFERADEEDF, XFHETHLS
HR RTHERESEHMENR £,

HEf g AESREEEOe R R T RN AEES, REZWHORFERES L,
B, BFFE L E R HBV DNA g98 S0, AR A B T W HBV BMFELIE.,
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The Discovery of HBV Core Promoter Mutations in Tumour
Tissue of Patients with Hepatocellular Carcinoma

FANG Zhong-liao', YANG Jin-ve!, WANG Xue-yan', ZHUANG Hui?
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2( Beizing Medical Universizy, Beiring 100083, China)
*{ Rovat Free Haspital School of Medicine, Universiey of Londos,
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Absiract: In order to understand the mechanisms of hepatitis B virus (HBV) in the development
of hepatocellular carcinoma, the nested PCR was used to amplify HBV core promoter from tumonr
tissues of 14 HBV DNA positive patients with hepatocellular carcinoma, and 10 serum samples of
hepatitis B patients and asymptomatic carriers respectively. The positive samples were sequenced
by Sanger method. Ten of the fourteen tumour tissue samples (71.4% ) were positive for HBY
core promoter. Each sequence of all positive samples had the double mutations at nt 1762 (A—
T), 1764{G—~A) in HBV core promoter and some point mutations around them. The case C14
had more extensive mutations, including deletion of 10 nuclectides. ¢ of 10 serum samples of hep-
atitis B patients were positive for HBV core promoter and 3 of them had the double mutations.
four of the ten serum samples of asymptomatic carriers were PCR positive while only 1 of them
had the double mutations. These data implicate that the double mutations is most common in
HCC patients, the next is hepatitis B patients and the last is asymptomatic carriers.
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