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Isolation and identification of Japanese encephalitis
virus in the experimental minipigs
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[ Abstract] Objective To understand the characteristics of minipigs infected withJapanese encephalitis virus
(JEV).Methods After the brain tissues were treated, the pig brain tissue treatment solution was inoculated with BHK21
cells. Then, virus culture, indirect immunofluorescence assay, neutralization test, electron microscopic observation, and
reverse transcription-polymerase chain reaction ( RT-PCR) amplification of the new isolate E segment and PrM segment
nucleotide sequence were performed and the genotype was identified. Results BHK21 cells were inoculated into 25
pigbrain tissues. Among them, three tissue-treated fluid couldinduce shrinkage and aggregation of BHK21 cells, and
immunofluorescence staining showed strong green fluorescence response. The results of neutralization test showed that the
neutralization titer of these three new isolates was 1:64, and the size of the virus particles was about 40nm under the
electron microscope. The homology of both RT-PCR product sequencing results and E-segment of vaccine strain were 95% .
Three new isolates were type GIII JEV. Conclusion The results ofthisstudydemonstrate that there is G 1l type Japanese
encephalitis virus infection in the minipig farm.
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Tab.1 Primer sequence and positionusedfor amplification of theE &PrMgenes

i 52l 1ﬁ§/bp KB /mt

Code Sequences Location Length

E1-F 5-'"GAGCCAAGGAGTGGACTAAAC -3’ 1548

E1-R 5-"CAAGAGCAACAACGGACTC -3’ 1744 197
PrM1-F 5-'TITCGTGCTGGCTCTTATC-3' 230 519
PrM1-R 5-'CTGCTTCGCTTGGAATGCCTGG-3’ 748
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A, AW 0. 3 mL ASAi, #i QTAGEN 127 & 61 45
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15 min 95°C5 min,
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1 IE% BHK,, 40 4 3 SNZZURYE BHK,, 4 55 B I 7 R
Fig.1 Normal BHK,, cells Fig.4 Virus-infected BHK,, cells in theNo 3 brain

tissueshow positive serum reaction.

2 3 SMALURY: BHK,, 4l
Fig.2 Virus-infected BHK,, cells in the No 3 brain tissue
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Fig.5 Ultrastructure of normal BHK,, cells

5 um

3 3 SNAIZURYE BHK,, 405 BAPE LS B L
Fig.3 Virus infected BHK,, cellsin theNo 3 brain

tissueshow negative serum reaction.
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Note. M; 100 bp DNA marker; 1; JDY1; 2 JDY2;
3. Normal BHK,, cells; 4; JDY3; 5. JEV.
Fig.7 Electrophoresis results of E gene

amplification of 3 isolates
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Note. M: 100 bp DNA marker; 1: JEV; 2. JDY1;
3. JDY2; 4. JDY3; 5. Normal BHK21 cells.

Fig.8 Electrophoresis results of PrM

gene amplification of 3 isolates
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