£ OO0 http://www.cqvip.com|

1 ° 20/78(1)

E2EEI1 T B & B ¥ Vol.12 No.1
1997 £ 3 A VIROLOGICA SINICA Mar. 1997

RFEM B XS DNA TG LN

b\ G - S A
—— .
(PEBFREFAREDEHANR, LF 200051)

LES AV

VD ]
(FEERAESFRELERE, FN 200032) R;?B -~

A # F B--WALBHEDABY DNA MR ERMNEL: 2 I XHMm. X BEM(86%) ™
4 T EHREOA. [5% DHBs/pre S Ag § DHBY DNA TS¢RG S 9 KM, & 12— 14 Rikke
B.E 22 RHEEEM:SUBNBEMETHE o XN L, SRwFasah b Ms gmnd
ER DHBY DNAB#E. B RBEE LA O E NS A LaERE A T8H
DHBY SEpR, HWHE IO RS | HESW conmm g htish, EME RS RS H4Y%
SR DHBY SEMR A~ . SWR SN, & THE DHBV TR %, DHBY B H S
HMEMCARE ME—FALE CERRNE. ﬁ@

E@i ﬂaﬂﬁ&ﬁﬁ. DNA R, s 5 YR

+
P& 7, U §F 4 %5 BE ( Duck Hepatitis B Virus, DHBV) B R A Z M F L HFF(HBVIHNEE
WA » 0, F DHBV DNA WM i 5 Rt 08, AE T Mk R E 545 5 DHRV £H %
MSThEE, M AT e KGR — . ZE FAHEMNFEK. B T % R R % ¥ DHBV DNA
TRENERE, TREANFESERN ARXERFSARN 2SR, ET LR EMm,
F 1Ak RAHEER) DHBV DNA USR8 fEAT I 54Kk i 5 58s, 30t DHBV B E I BHT T
HEME, REWEEE.

LSk

1 5B DHBY DNA R fiEEHER INSERM 271 BF5FTH Dr.Li | ~ S B8, 45T 18 1% DHBV DNA
S RHE St EcoR 1 B &3 A (K pBR 322, DHBY DNA J¥ %12 B Mandart 198414, 1630 i B ¥ $% pFDHBY
B .

2 MmE FENEESwUSEEwmAEEER). TRFEYXARSKE D, S5 % DHBY SHE/H S
i L { DHBs/preS Ag) .DHBV DINA # B i 08 B T 1 1 555

3 BANKREE 12004 pH7.0 B DMEM K5 (] 5.6% NaHCO, 7 pHY"PIN A 12.5 ul. DEAE -
Dextran(Sigma 27 F= 8, 5 F 8 5> 10°, #2871 — X ¥ 5 mg DEAE — Dextran 3 F 1 ml. TH#H @K, 4 C it
B0, R, E 15 mins TH0 25 g DHBY DNA IR (ST 2.5 0253 N B, 159, AT & kM 250

WO B #1996 - 04 - 15, #: 8 H 40,1996 — 07 - 28
- EBEIH 863" HS VEY


http://www.cqvip.com

Fim A% EHER BT R E DNA XUERE RS RO R 67

ul, DEAE — Dextran # 3 B4 % 250 pg/mL, # & 30 min ~ 60 min, Sk 2R 5 FRAR HRBRE H 4"
B4 LD S AR ER NI,

4 MK DHBe/pre S Ag ¥945R) £ M8 3K 4 %1 AYRE W6 5 2 E 1 (Dot EIA).

5 MK BEFFEE DHBY DNA 98] It i DHBV DNA #1# 8 % A Dot blot 2 (5510 50 uL M i& ), AT
1 DHBV DNA (5% M % B Southern blor # 32 (DNA 2% B Mason 198311, F 7,10 20 pg DNA LK), &
B8 Bochringer Mannhein 2 7] 32 it (% Digoxigenin £ M i 7 £ i 9 45 FH S 0L 3| 99 SE ks ] 4 M 0 3 (Dug) 1030
¥ DHBV DNA 4, A LSS ABER MBS R,

6 Mm% DHBV SBENMNEY FHEEAREuEUESLBNnE, 3R DHBV RERR.

2  #

1 HEErF4EfNmBNENTIEEL
HEEMT 14 02 M, 12 O SR AE, FRATIE N 86%(12/14), HRAREHT
FeMZE S KiE, WH B REMNEDL, 3% 28 X1k, R Dot EIA M4 DHBs/pre S Ag,

Dot blot Z¢ 3k #/ l1H DHBV DNA, &R % 1.
¥ | pFDHEV BB AR 2 OHSRER(JERR: 14 S)
Tab | The result of in vroo transfection of 2 — day old ducklmgs with
pFDHBY plasmid {wotally transfected 14 ducks)

HEERY
Days afver transfecuion 1-7 B-— 14 15~21 22--28 29~50
M DHBs/pre S Ag FFEMH 0 12 12 2 2
Mo  of serum DHBs/pre S Ag + ducks
I i§ DHBV DNA BHE W 0 12 12 2 2

No. of DHBV DINA + ducks

BE 1 TRES, KEEW0/14) THERE A T EE R B 0AE, W EILE — R Tk
G ORI, B 12~14 KW, LG FHRT, 5§ 28 REF MW XA (RIS Dot EIA 5
Dot blot B &7 5.5, i 5145 % % w] 00058 % M A9 38 59), B % DHBs/pre S Ag Sl DHBV
DNAWHKETITXE, B4 EMNERUE 2 EBTFRLSEASHENFEEREMN
5, PISE I S5 45 50 KU DHBs/pre S Ag.DHBV DNA 1R+, ¥R ZFMEHEREE 14
) B 55 5L 10 10 TR BE ES BR T L R TR, HBEROR DHBV M ZE MR, B 249 40 nm, iEAAFE
RERFRERESNNNSE, WE L,

2 WA G RIS EE DHBV DNA e

FHISE 28 REELR W AFE, ISR HE DNA, ik, Southerm blot ¥, kb S
FFICH) DHBV DNA B8, RMEREFAR P E H G & IERB K E HH 7w
DHBV DNA(0.5 kb~ 3 kb), R FF P F S+ 188 DHBV DNA #7771, W.MH 2.

3 R HeS M R RIS

FREMES(RESS 4 RN NEREESN 1 A, 2HEH 10 2(0.5mL
M/ B, 6 H{60% ) FHESHEE 3 A4+ M E DHBs/pre S Ag.DHBV DNA; X F#HH
DHBV BRI IE % B L7 M B2t 81 1 H B, B85 e U0, MU AE AR % 30 5 1l 75 95 AR 3
¥

£ OO0 http://www.cqvip.com|



http://www.cqvip.com

£ OO0 http://www.cqvip.com|

68 T EH B E P FRE

B | pFDHBY BDE S 50 i 58 M 50 2 o G BE 1
(B K FER ~ 50000}
Fig 1 EM photcgraph of the serum from pFDHBV
plasmid eransfected ducks

2 pFDHBV HA & 2 W iF A £ DNA Southem
blot 3% % [H

LAE{EH DHEBV DNA  2.ADNA/Hind [§

LEFEWATASH DNA 453 WP 05 DNA

5~ 8. 5 g A WA M 40 DNA

Fig2 Southem blor hybridization of the liver rissue
PNA from pFDHBY plasmud transfected ducks

I purfied DHBY DNA, positive control

2:DNA molecular weight marker (ADNA/Hind [ }

3:normal duck lver tissue DINA, negative control

4 : unsuccessfully transfected duck's liver tissue DNA

5~ 8:successfully transfected duck’s liver tiusue DNA

{5 .

DHBV !ﬁﬁéﬂﬁﬁﬁLJ%%EE@%%E(E%E%%¢%%E@%$W&3 10% ), J5 KM=
W LA Sy 5 55 BB K% WS %t DHBV 89 2% $ 4 K30 110 DHBV BR3L 89 13 1636 95 £ DHBV 5
FHA R E &9 DHBV Z4p &g 408, BAETINAE LT SRR AR 522 R
ﬂﬂﬂﬁﬁﬁﬁﬁﬁﬂﬁﬁﬁ%ﬁ%.#ﬁﬁﬁﬁﬁﬁ%ﬂﬁiﬁk,EH&J&I’J$F§{E§“’%


http://www.cqvip.com

£ OO0 http://www.cqvip.com|

Eim PO WEe M 2 A AT R P DNA DU P R BHR 69

EEREREEEEREMEYEEET A REREIEAEER CRERES
12~ 14 R, HESPSH R ZR AT R A5 E, FREM AT LERA, WERGTARTER
HEFEi £ DHBY £ 2 S¥ M FOm S MR WA ER F, TeEH ROtk 5 I 7 6 fF 40,
T B R4 K, TT A4 DHBV DNA IUEF S HA R FEE A2 R AR, B
RER B LT B, AN RS BRI MRS EH, FEEYREM0E. R
M. AERTRPRE TS T R E 4 T & A SRS IE, KRE T TES
FREEEOERMBU AT RERE X LGRS AMES ERERNRTFRRK,
AR SR ARG ERE TGS, SR T RSN R, FEREERELE.

X—E N RN EIHF S A . Bk, TR TR B8R F I DHBY B AR R
FRF% DHBV % R¥REIERME, TREKNFEESN AEREEREBRRANLTR, K
W, BT F ¥tk DHBV EESH ST 20, M MEE R B R EEREHETIEMN
ik, AN AEREESNRNERERSNEEF R BATIE. &5, L TEBEFEE.E
ENEREEN DHBV REH#, ATH S HRAESNRAEEFARBEARES
m{mﬂzlo

2 F X &

I Mason W —S. Seal G, Summers J. Virus of Pelun ducks with structural and biclogical relatedness to human hepatitis B wirus

] Viral, 1980, 36(3):829—836

Sprengel R, Kuhn C, Manso C et @f. Cloned duck hepatitis B virus DNA is infectsous in Pekin ducks. J Viml, 1984, 52{3).
932937

31 Sprengel R, Varmus H— E, Ganem D. Homologious recombination hetween liepadnaviral genomes followmg frn vroo DNA

33

transfection : implicanons for studies of viral nfectivity. Virology, 1987, 150{2).:454—~ 456
4 Mandart E, Kay A, Galibet F Mucleonde sequence of a cloned duck hepatitis B virus genome: comparison with wondchuck
and human hepa itis B virus sequences. ] Vieol, 1984, 49,782 792
5 TKB.MES.EANS. -RHUE.AERWRIBNSFERE. RN k. EEER K TR, 1988:15(6) 413~
415
6 Mason WS, Halpern M — S, England ] — M # o/ Expenimental rransmussion of duck hepauris B vines  Virology, 1983,
131,375~ 384
7  Tuteleman J— S, Pugh ] —C, Summers ] [I'n vitre experimental infection of primary duck hepatocyte cultures with duck hep-
atius B wirus. ] Virol, 1986, 5817~ 24
8 Pugh]—C, Qul, Mason W-35 o . Suscepobility to duck hepatitis B virus infection is associated with the presence of eell
surface receptar sites that efficiently bind viral particles ] Vinol, 1995, 69(8) ;4814 — 4822
2 Pugh] - C, Simmons H. Tuck hepatitis B virus infection of Muscovy duck hepatocytes and nature of virus resistance r vruo
] Virol, 1994, 68(4). 2487 ~ 2494
14 Li) -8, Cova 1., Buckland R et @i. Duck hepatitis B virus can tolerate insertion, deletion, and partial rameshift mutation m
the distal pre— 8 region. ] Virol, 1989, 63{11}:4965 ~ 4945
Il Wildner G, Fermholz D, Sprengel R ¢t af . Chatactenization of infectious and defoctive cloned avian hepadnavines genomes  Vi-
rology, 1991, 1B5(1):345 - 353
12 Chen ¥, Robinson W — 3, Marion P - L.. Maturally occurring point mutation in the € terminus of the polymerase gene pre-
vents duck hepatits B virus RNA packaging. ] Virol, 1992, 66(2); 1282~ 1287



http://www.cqvip.com

£ OO0 http://www.cqvip.com|

70 v EH M OB ¥ B12¥E

The Research of in vivo Transfection of
Cloned Duck Hepatitis B Virus DNA Dimer
Deng Weiwen Xie Hong
{ Shanghkai Institute of Cell Biotogy, Chinese Academy of Sciences, Shanghai 200031)
Wen Yumei
{ Laboratory of Mulecular Virotogy, Shanghai Medwal

Universizv, Shanghai 200032)

Ir vivo transfection with a plasmid — linked tandem DHBY DNA dimer on 2 — day old
DHBYV — free Furong ducklings was carried cur. Most of the animals (86% ) developed transient
viremia. Serum DHBs/pre S Ag and DHBY DINA appeared on Sth day, reached 1o its peak on
12th~ 14th day and disappeared on 28th after transfection. Whereas, there were a few ducks
whose viremia persisted for more than 50 days. DHBY DNA replicative intermediates were also
found in the liver tissue of transfected ducks. DHBYV intact viral particals were detected in viremic
sera under electronic microscope. Imtraperitoneal injection of the transfected ducks’ viremic sera
into 1 — day old DHBV — free ducklings resulied in preductive DHBV infection on 60% animals,
demonstrating the production of hiologically active virus after i» vivo transfection. The establish-
mant of this method is valuable for the research of DHBV variant and the relation between DHBV
gene structure and its function.
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