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The objective of this study was to evaluate the sensitivity and spe-
cificity of nested PCR technique for rabies diagnosis. RNA was extracted
from animal brain samples and then amplified in a two-step PCR after reverse
transcription step. The used of the second am plification increases the sen-
sitivity and avoids the confirmatory hybridization step.

Dog brain tissue was collected from samples submitted to rabies
diagnostic unit at Queen Saovabha Memorial Institute. Ten rabies-positive
and 10 rabies-negative samples were left at room temperature (28-33°C) for
different intervals ( 2,6,12,24,48 and 72 hrs). These were examinated for
the presence of rabies by FAT, MIT and nested PCR.

Of 500 consecutive dog brain samples, nested PCR was positive for
all MIT proven rabies samples. One FAT-negative MIT-positive brain sample
was positive by nested PCR Rabies viral genome could still be detected in
all samples left at room temperature for different intervals to 72 hrs.

As little as 8 pg of rabies virus specific RNA and 0.5 ng of total
RNA ( brain RNA and rabies virus specific RNA ) could be detected. This

technigue can replace MIT as a confirmatory test for FAT-negative samples.
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Nested PCR Nested Polymerase Chain Reaction

FAT = Fluorescent Antibody Test
MIT = Mouse Inoculation Test
TCM = Tissue Culture Medium

OC — N

ml =
ul =
ug =
ng =
Pg -
r.P.ni. = fl
% =

oD = optical density
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