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[ Abstract] Objective To establish Real-time PCR method for detection of woodchuck hepatitis virus ( WHV)
DNA. Methods 13 pairs of primers were designed according to the coding sequence of woodchuck hepatitis virus core
antigen (WHcAg) and woodchuck hepatitis virus surface antigen ( WHsAg). The primers demonstrated high sensitivity and
specificity were used for Real-time PCR detection of WHV DNA in woodchuck serum. Then, this method was applied in
detection of WHV DNA in serum of woodchuck. Results The selected primers pair (WHVSF1, WHVSR1) which based
on 5" end of WHsAg gene showed a detection limitation of 1 x 10" copies/wL. The R* value of standard curve of viral copy
number and the Real-time PCR Ct value was 0.997, and no mixed bands were observed during electrophoresis.
Conclusion Real-time PCR method for detection of WHV DNA in serum of WHYV infected woodchuck was established,
which could be used in WHV model.
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Tab.1 Primers used in this experiment

%i 5 No. £ % Name J# %1 Sequence Fit {£ 7 11 Protein P14 B Wi Amplicon size (bp)

1 WHVCF1 GACATAGATCCCTATAAAG WHcAg 300
WHVCRI1 ACTTTGTCTCACCTTAAGTCC WHcAg

5 WHVCF2 TGGTTTCATTTGTCATGTCTC WHcAg 261
WHVCR2 GCAGTTGGCAGATGGAGATTG WHcAg

3 WHVCF3 GAGCTAACAGGTAGGGAAC WHcAg 300
WHVCR3 GAGAATGGGTGCATTAGGAG WHcAg

4 WHVSF1 GGCAACAACATAAAAGTCAC WHsAg 160
WHVSR1 AACTAAACCACGTGGTATGTC WHsAg

5 WHVSF2 GAAATCAAACCTGGGCC WHsAg 360
WHVSR2 TGCGAGGAGTCCTAGGAGAC WHsAg

6 WHVSF3 GAGATGTCACCATCAAGTC WHsAg 330
WHVSR3 TGTTGTGGGTTGAAGAGGACAG WHsAg

4 WHVSF4 TTGTTGGTTCTCCTGGAC WHsAg 1303
WHVSR4 AATGTATACCCAAATCAAG WHsAg

3 WHVNSF1 GGCAACAACATAAAAGTCAC WHsAg 300
WHVNSRI1 GAAAGTTTGAGCTGATTG WHsAg

9 WHVNSF2 GAAATCAAACCTGGGCC WHsAg 300
WHVNSR2 CGTCGAGGGAGGAGACAATATG WHsAg

10 WHVNSF3 ACAACAACGGAACGCCAACAC WHsAg 300
WHVNSR3 GTGTTTGCAAGTTTGGAACTG WHsAg

1 WHVNSF4 ATAGCTCAGAATCTAGATTGG WHsAg 300
WHVNSR4 TTGTGCAGAG ATTGTGCATTG WHsAg

12 WHVNSF5 GCACAAGACATGTATACTC WHsAg 297
WHVNSRS AATGTATACCCAAATCAAG WHsAg
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Fig. 1 Amplification curve obtained with 10-fold serial dilutions of WHV DNA plasmid

¥ (Note) :1: 1 x10% copies/puL; 2: 1 x 107 copies/pL; 3: 1 x 10° copies/pL; 4: 1 x 10° copies/pL; 5: 1 x 10* copies/pL; 6

1 x 10 copies/pL; 7: 1 x 10% copies/uL; 8: 1 x 10" copies/pL; 9: H,0
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Fig. 2 The standard curve of 10-fold serial dilutions of
WHYV DNA plasmid by group WHVSF1 and WHVSRI
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Fig. 3 Melting curve obtained with 10-fold serial dilutions of
WHYV DNA plasmid by group WHVSF1 and WHVSR1. As a

negative control, the template DNA was replaced with 3d water
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