Acta Microbiologica Sinica
49 12 1650 - 1654 4 December 2009
ISSN 0001 - 6209 CN 11 —1995/Q

http //journals. im. ac. cn/actamicrocn

1 CL
1 DHV
PCR 1
c¢DNA BR-CL BR-CL
SPF
DHV c¢DNA
1 c¢DNA
5852.65 A

Duck viral hepatitis

CL

90%

7.7 kb

“ "5
1~3
DHV 3
1 DHV'?
2006
Kim ’
RNA
3-4
cDNA
RNA
RNA RT-PCR
Y2008D55
Tel + 86-531-85990248 E-mail hbind @ 163 . com
1979 -
2009-06-23 2009-09-13

Research Paper _

250023
3
RNA 6
CL-R SPF
RT-PCR

DHV

0001-6209 2009 12-1650-05

cDNA
RNA
DNA RNA
5-6
DHV
RNA
1
1.1
1.1.1 1
DH10B

E-mail yukx1979@163. com

RT-
pBR322
RT-PCR

cDNA

DHV
cDNA

CL

SPF



1 CL i 2009 49 12 1651
FITC LifeHolder
1.1.2 Lipofectamine TM2000 PCR Eppendorf
Invitrogen AMV Reverse Transcriptase RNasin Nikon
dNTP Promega RNAiso Reagent LA-Taq JEOL
pMDI18-T T7 RNA 1.2
Polymerase DNA Marker DHV CL CL
DNA A BC
DMEM 7 1
GIBCO Sigma
1
Table 1 Primers for amplification of overlapping segments of DHV genome by RT-PCR
Primer Nucleotide sequence 5'—3’ Position
Al TTC GACGTC TAATACGACTCACTATAG TTTGAAAGCGGGTGCATGCATGG' -27—23
Aat 1l T7 promoter 5'UTR
A2 CAT GCTAGC CAACAACTAAGATAGGTCCCG 2875—2904
Nhe 1
B1 TTTTGCCTTAGGCTCAAACACTAGC 2769—2794
B2 GCT GCTAGC TGCCTAACCTGCAACTCACTC 5045—5074
Nhe |
Cl1 GTGGCAACAGCCATGAGAGATGG 4923—4945
C2 anchor primer CTGATCTAG GCTAGC ACGCGTC
Nhe 1 Miu 1
CR reverse transcription primer CTGATCTAGGCTAGCACGCGTIC T » 7691—
C2 3'UTR
The bold letters represent restriction enzyme sites introduced. The sequence underlined represents T7 promoter sequence.
1.3 RT-PCR 1.6
RNAiso Reagent RNNA Miu1  BR-CL T7
RNA AMV RNA Polymerase RNA /
Reverse Transcriptase A B Q3 RNA
c¢DNA LA-Taq 3 200 ng/pL
C CR cl 2 Lipofectamine2000 RNA 24
PCR  PCR 95°C 3 min 94°C RNA
1 min 54°C 1 min 72°C 2.5 min 30 72°C 1 pg/ 72 h 3
10 min 1% 6
1.4 CL-R
DNA PCR 1.7 RT-PCR
pMDI18-T CL
DHI10B PCR 5'-AGCACAACACTCGTCCAA-3’
5'-CAACAAGGCGTCCTCTAT-3’
465 bp 1.3
1.5 cDNA CL-R
Aat Il Nhe 1 1.8 SPF
ABC pBR322 RNA
3 Miu T SPF CL-R 10 SPF
BR-CL 5
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RT-PCR
1.9
CL-R 24
72 h 5 min PBS
PH7.2 3 10% 37°C
30 min PBS 3 1:50 CL
37°C 1 h PBS 3
1:100 FITC 37°C
1 h PBS 3
1.10
72h  CL-R
3 10000 rpm 20 min 500
10000 r/min 20 min 7
2
2.1
A B C3
GenBank CL EF427899
3
pBR322 PCR
cDNA
BR-CL
A B C3 CL
99.6% R85952 DQ226541
DRL-62 DQ219396 97 % T7
Miu |
2.2 RT-PCR
c¢DNA RNA
6
3 RNA RT-
PCR 465 bp
1
2.3 CLR SPF
RNA 2.2 RT-PCR
CL-R 10 SPF 96 h
2
3
5 ELD,, 10"/
10°3
465 bp 2
2.4
CL FITC
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Fig.1  The RT-PCR result of detecting CL-R from cells. M. DL2000
DNA Marker 1.CL-R 2. Negative control.
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Fig.2  The RT-PCR result of detecting CL-R from SPF chick embryos.
1.CL-R 2. Negative control M. DL2000 DNA Marker.
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Fig.3 The indirect immunofluorescence assay of CL-R. A.Duck embryo
renal cells inoculated with CL-R B. Negative control of duck embryo renal

cells.
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CL-R SPF
: 2 3
L 5 ELDs, 10*7
' 4 CL-R 100000 x
Fig.4 CL-R under electron microscope 100000 x .
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Construction of infectious molecular clone of duck hepatitis virus type 1 CL strain

Kexiang Yu Xiuli Ma Yufeng Li Jing Wu Shuqian Lin Yifei Jiang Bing Huang "
Institute of Poultry Shandong Academy of Agricultural Sciences Key Laboratory of Poultry Disease Diagnose and Immune of
Shandong Province Jinan 250023 China

Abstract Objective To construct an infectious clone for studying functions of duck hepatitis virus DHV  typel genome by
reverse genetic technique. Methods Three fidelity DNA fragments covering the full genome of DHV typel CL strain were
amplified by RT-PCR and inserted into pBR322 vector resulting in the full-length ¢cDNA clone BR-CL. The in vitro-transcribed
RNA from BR-CL was transfected into duck embryo renal cells and the rescued virus was identified using RT-PCR indirect
immunofluorescence assay and colloidal gold immunoelectron microscopy after six generations. After inoculating the rescued virus
into SPF chick embryos embryo death and pathological changes were observed. Results The results of RT-PCR indirect
immunofluorescence assay and immunoelectron microscope showed that infectious virus was rescued. After inoculating into SPF
chick embryos the rescued virus was able to kill embryos with pathogenic changes. Conclusion This is the first report on
generation of infectious ¢cDNA clone of DHV which provides a valuable platform for further research on functions of DHV
genome..

Keywords Duck hepatitis virus typel full-length ¢cDNA clone rescued virus
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