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Abstract

Nawawan Anansuchatgul* Raweewan Buasri ! Ratchaneekorn Chenchar oen'
Sumittra Watanodorn? Juthatip Keawcharoen? Kanisak Oraveerakul®

THEDETECTION OF CANINE DISTEMPER VIRUSBY ANESTED REVERSE
TRANSCRIPTASE-POLYMERASE CHAIN REACTIONIN BLOOD SAMPLES

COLLECTED AFTER VACCINATION

The nested reverse transcriptase-polymerase chain reaction (nested RT-PCR) was used to study the
canine distemper virus (CDV) could be detected in blood samples collected after vaccination. Blood samples were
collected from 16 healthy puppies from 4 different litterson daysO0, 3, 7, 10, 14, 17, 21, and 24, after vaccination
with an attenuated, canine distemper virus, combined vaccine(Nobivac® Puppy DP) and from 3 puppies used as
non-vaccinated controls. Vaccines wer e given subcutaneously either once on day O or two times on days 0 and 14,
starting at the age of 8 weeks. A total of 152 blood samples were collected. The results revealed CDV could be
detected in 2 vaccinated puppies (12.5%) by nested RT-PCR on days 7 and 10 after vaccination, but was not
detected in the other 14 puppies (87.5%) or in the non-vaccinated control puppies. CDV-specific antibody titers
wereinvestigated before and after vaccination by a serum neutralization test (SN test). The CDV-specific antibody
titer of all puppieswasundetectable befor e vaccination. Thelog, (geometric mean titers) were 2.00+1.87, 5.91+2.51,
8.33+0.58 and 7.38+2.67 on days 10, 14, 21, and 24 respectively. This study indicated that CDV could be detected
by nested RT-PCR 7 and 10 days after vaccination in blood samples of vaccinated puppies that showed no
CDV-specific clinical signs.

Keywords: canine distemper vaccine, nested RT-PCR, buffy coat, puppies
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Outer primers

Forward primers (CDV1): location; nt1223-nt1253;
5 GTGTCAGAAATAGCATCCAAGACS'

Reverse primers (CDV4): location; nt1817-nt1837;
5 GCCCTTTGCTGACATGGTAGG3'

Inner primers

Forward primers (CDV2): location; nt1287-nt1309;
5 GTGTCAGAAATAGCATCCAAGACS'
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Reverse primers (CDV 3): location; nt1739-nt1760;
5 TTTGTTGGACCTGGGTCCTAAGS’

Primers U84 gene glyceraldehyde-3-phosphate
dehydrogenase (GAPDH)

Forward primers GAPDH :
TGGAGAAGGC-3’

5 -CTTCACCACCA
Reverse primers GAPDH : 5 -GTTGTCATGGA
TGACCTTGGC-3’
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