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Table 1 Oligodeoxynucleotide probes used

%5 Name
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1 HE bp

NC-1 5-GGCGTAGAGCACGTAGATGTTG-3 22
NCG-2 5-CTCCTGTTTCGCGACAAGGCGGCGACGCG-3 29
NG-3 S-AAGCTCTTGCCGTGCCAGCCTGGGCTCC3 28
NC-4 5-GAGGCACCGTCCTGAGCGGCAGGTGAGACC3 30
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Fig. 1 Result of southern blot
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Fig.2 BHK-21 cells were infected with FMDV( 10’ TCIDso), FMDV RNA were detected at 2, 4, 6, §

and 10 hours postinfection, respectively (& ¢, eg). There was strong signals( arrows) showed in the cytoplasm at
6(c,400x), 8(e,200x), and 10(f, 200 x ; g, 400 x ) hours post infection. Faint signals showed at 2 and 4 hours
post-infection (a 200 x , b 400 x ). No signal was observed in the cytoplasm of the negative cells( d 200 x ; h 400 x )
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The Localization and Detection of Foot- and- Mouth Disease Virus
in BHK-21 Cells by in situ Hybridization

SHAO Junjun, CHANG Huryun , LIN Tong, CONG Guo-zheng, DU Jun-zheng, XIE Qing-ge
(Key Laboratory of Animal Virology of the Ministry of Agriculture of the P. R. China,
Lanzhou Veterinary Research Institute, Lanzhou 730046, China)

Abstract: A insitu hybridization(ISH) method was used to detect low copy FMDV in infected cells, in or-
der to illuminate FM DV multiplication site. In this study, FMDV RNA was located and detected in BHK-
21 cells by ISH. Cells infected experimentally with O/ Akesu/58 (10'TCIDso) at 2, 4, 6, 8 and 10 hours
post-inoculation. Oligonucleotide sequences were chosen from the highly conversed regions of 3D gene of
FMDV RNA. Probes were labeled with digoxigenin- 11-dUTP at the 3-end. Hybrids were detected by en-
hanced sensitive ISH detection kit II( AP). Results showed that positive signals were found in the cyto-
plasm of infected cells post-inoculation, lots of viruses gathered periphery nucleus. Intensive positive sig-
nals showed in the cytoplasm of infected cells at 6, 8 and 10 hours post-inoculation. So, we suggested ISH
combined with enhanced sensitive ISH detection kit II( AP) is a sensitive method, which was a reliable
method for detection and localization of low copy viruses in infected cells. Results indicated multiplication
and duplication of FMDV were in the cytoplasm of infected cells.

Key words: in situ hybridization; FMDV; probe; BHK-21
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