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DETECTION OF DENGUE VIRUS RNA USING
DIGOXIGENIN-LABELLED PROBE PREPARED
BY POLYMERASE CHAIN REACTION

Zhuang Jian Guo Huiyu Chen Huosheng
(Department of Microbiology)

The digoxigenin-labelled cDNA probe of dengue virus type 2 (DEN,) was directly
prepared by polymerase chain reaction (PCR). The recombinant plasmid PDE 305 DNA
inserted with a fragment of cDNA DEN, was used as template. A pair of specific primers
was applied to prime the amplification of 305bp PDE 305 cDNA. Digoxigenin-11-dUTP
was incorporated into the synthesized DEN,-cDNA. The DIG-labelled probe was used to
detect dengue virus RNA by dot-blot hybridization. The results of cDNA-RNA hybridi-
zation show that the PCR-DIG-cDNA probe exhibits DEN, specificity and can detect as
tiny as 0.1pg of DEN,-RNA. The reverse-transcriptase polymerase chain reaction (RT-
PCR) coupled to nucleic acid hybridization with the PCR-DIG probe can rapidly detect
minimal amount of dengue virus RNA from clinical serum specimens. The results suggest
that direct preparation of DIG-labelled DEN,-cDNA probe is much faster and simpler
than preparation of the purified DEN, DNA by random hexanucleotide primer Iabelling.
The method may have great value in generating labelled probe.
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