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Abstract One pair of primers which may amplify 760bp fragment had been designed and synthesized

based on the H protein gene of the Onderstepoort strain of canine distemper virus(CDV)according to

GenBank. The total RN A were extracted from CDV infected DK cells or the tissues of infected animals

by single step method of acid guanidinium thiocyanate-phenol-chloroform extraction and was used for

reverse transcription. About 760bp ¢cDN A fragment had been amplified from the product of RT- PCR.

The conditions for PCR had been optimized- The length of ¢DN A fragment was examined as same as

that of the CDV Onderstepoort strain. Not any gene fragments had been amplified from the cells that

were infected by canine parvovirus, canine adenovirus, canine coronavirus, Rabies virus. The sensitivi—

ty of this experiment signifies that the method can amplify the specific cDN A fragment from RT prod-
uct of cell cultures infected by CDV which its median dose of TCID was 10"" TCIDso /0. Iml. It showed

that this method may be used in clinical diagnosis and laboratory research.
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Table 1 The sequences of the primers and sites in mRNA sense
Primer Site Sequence 5 5) Prim er 1eng£hn<t WG Conten ) ampl}ff;fftf'}a‘)gﬂnem
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Table 2 Effects of different factors to CDV RT- PCR
Ultraviolet radiation 1 min 5 min 10 min
Results + - -
(100C ) Heating I min 3 min 5 min
Results + + -
() Continual freeze-thaw 1 2 3 4 5 6 7 8 9 10
Results + + + + + + - - - -
50% (4C) 50% glycerines PBS a month later
Results + ( )
(4C ) Salt solution added dual antihiotic
Results + ( )
Control sample —
Results
(3 4

25 (ODV RT- PCR

3 CDV RT- PCR

Table 3 Results of rudimentary application of CDV RT- PCR

Detectod methods

4

23 4 experimental

23 cell cultures

pathological samples

25

25 clinical
pathological samples

Positive Negative Positiv e Negative Positive Negative
Electro microscopy 4 19 2 2 5 20
Fluorescent staining 6 17 3 1 8 17
RT- PCR CDV_RT- PCR 12 11 4 0 16 9
4 CDV RT- PCR
Table 4 The best detected samples of CDV for clinical diagnosis
CDV
The best detected samples Before death After death
White blood cell Lung
L n 33 PCR
3 VJ' W5 /N
31 PCR DN A . ,
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. . , , (Y
Taq DN A PCR ) . ,
1ol RN A NN
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. . . RN A
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