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Abstract: [Objective] To establish methods that could be used to study the position of duck enteritis virus nucleic acid in
paraffin section so that effective method could be used in duck enteritis virus infectivity and pathogenesis investigation and
retrospective diagnosis. [ Method] A pair of primers and an oligonucleotide probe were designed by Oligo software according to the
UL30-UL31 sequence of duck enteritis virus in GenBank. The specificity of the primers was tested by PCR. The specificity of probe
was tested by dot-hybridization. Indirect in situ polymerase chain reaction (IS-PCR) was developed for detecting duck enteritis virus
in paraffin sections after digesting with protease K, DNA in situ amplification and in situ hybridization (ISH). [Results] The
indirect 1IS-PCR main conditions were optimized as follows: tissue sections were treated by 0.2 mol/L HCI at 37°C for 20 minutes, by
100 pg-ml™ protease K at 37°C for 15 minutes; The working condition of probe and Avidin-AP of ISH were 350 ng-mlI™* and 1 : 100,
respectively. The positive results were gained by indirect IS-PCR for detecting the duck liver paraffin sections infected by DEV, but
negative results to the duck liver paraffin sections of dead ducks infected with duck viral hepatitis virus, Riemerella anatipestifer,
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Pasteurella multocida, Salmonella typhimurium, E.coli (O78). The positive signals were detected from hepatocyte, sinusoidal
endothelial cell and Kupffer’s cell of duck liver infected artificially with DEV by indirect IS-PCR at 2, 4, 6, 8, 12, 24, 48 and 72 h,
respectively. Most of them appeared in debris of cellular necrosis or vacuole formed in infected cells. Five archival paraffin and
eighteen clinical samples which came from ducks infected with DEV were detected, the results of indirect IS-PCR and isolate
identification method were identical completely. [Conclusion] The results show that the method is rapid, sensitive and specific for

detecting DEV. The method could be widely used for diagnosis, molecular epidemiological survey, pathopoiesis and retrospective

diagnosis of archival paraffin samples.
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Table 1 The optimization of indirect in situ PCR

TS5 B Probe concentration (ng-mli™) AN ]
Avidin-AP dilution BL 200 B2 250 B3 300 B4 350 Proteinase K digestion time
Al 1:50 Al1B1C1D A1B2C1D A1B3C1D A1B4C1D Cl 10min
Al1B1C2D AlB 2C2D A1B3C2 D A1B4C2D C2 15min
Al1B1C3D A1B2C3D A1B3C3D A1B4C3D C3 20 min
AlB1C4 D A1B2C2D A1B3C4D A1B4C4D C4 25min
A2 1:100 A2B1C1D A2B2C1D A2B3C1D A2B4C1D Cl 10 min
A2B1C2D A2B 2C2D A2B3C2 D A2B4C2D C2 15min
A2B1C3D A2B2C3D A2B3C3D A2B4C3D C3 20 min
A2B1C4 D A2B2C2D A2B3C4D A2B4C4D C4 25min
A3 1:150 A3B1C1D A3B2C1D A3B3C1D A3B4C1D Cl 10 min
A3B1C2D A3B 2C2D A3B3C2 D A3B4C2D C2 15min
A3B1C3D A3B2C3D A3B3C3D A3B4C3D C3 20 min
A3B1C4 D A3B2C2D A3B3C4D A3B4C4D C4 25min
A4 1:200 A4B1C1D A4B2C1D A4B3C1D A4B4C1D Cl 10 min
A4B1C2D A4B 2C2D A4B3C2 D A4B4C2D C2 15min
A4B1C3D A4B2C3D A4B3C3D A4B4C3D C3 20 min
A4B1C4 D A4B2C2D A4B3C4D A4B4C4D C4 25min

D HCl/0.2mol-L™* 20min (37°C)  Ji4LI[A] Digestion time
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Table 2 The detected results of duck liver artificial challenged with duck enteritis virus at different times by IS-PCR

I} 18] Time 2h 4h 6h 12h 24 h 48 h 72h BET-% Dead duck
25 4L Result 2/2 2/2 2/2 2/2 2/2 2/2 2/2 20/20
= b . &

3 -IJ‘: & "‘t;.:';. iy

A: BITEXIE, X200; B: PHPYEXTHE, X200; C: /&Y. DEV JiFlE (24h) , X200; D: PHMEARGT RN (Fisk L FFSZA00 (573 2) X 1000
A: Negative control liver tissue, X 200; B: Positive liver tissue (arrow) , X 200; C: Liver infected artificially with DEV (24 h), X 200; D: Potive kupffers cell

(arrow 1) and epithelial cells (arrow?2) of liver sinusoid, X 1000

[B)3Z R L PCR X+ A T /E%% DEV FE - WS ATAE R DEV B94&
Fig. The detected results of died duck liver artificial challenged with DPV by indirect in situ PCR
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