SHRTRE QAT X HI32H A2 2 (2009)
Korean J Vet Serv 32(2) : 103~109 (2009)

H %X THYA G HX} primerE AF§ o
RT-PCRoj| o[t QIS AX} AY Hoj2{AQ HE
FYN - MEd - A2F AT - FUS
7o S 4o S (e 8
(4 2009. 6. 3, Al A %<1 2009. 6. 23)

Detection of influenza A viruses by RT-PCR
with single primer of nonstructural gene
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Influeza type A virus have been worldwide problematic in animals as well as in humans. In this study, the
use of reverse-transcriptase polymerase chain reaction (RT-PCR) was described for detecting influenza
virus type A. The primer of RT-PCR was designed from an nonstructural (NS) gene of Influenza A virus.
By RT-PCR, a product with the size of 189 bp was detected only when influenza virus type A was used as
template. No products could be detected with Influenza virus type B as well as other respiratory pathogens.
The detection limit of the RT-PCR was up to 10**TCIDs, which is comparable to the sensitivity of cell
culture method. The RT-PCR could detect the influenza A virus from nasal turbinates of the ferrets infected
with influenza virus type A not type B.
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effect CPE)E z}o ﬂoz—gw Hpo] g A @7}E TCIDs,
2 e o] AFE Bajo] AL Hola odrhi
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Fig. 1. RT-PCR of Influenza viruses type A using single primer
pair PcDNA and REV. Lanes 1, DNA ladder; 2, A/X-31;
3, A/IA-101; 4, A/HON2; 5, A/Wyoming/3/°03(H3N2); 5.
A/Newcaledonia/20/’99(H1IN1). A PCR product with
expected size of 189 bp was shown in all influenza viruses
type A.
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Fig. 2. RT-PCR of Influenza A and B viruses and other pathogens
using single primer pair PCDNA and REV. Lanes 1 and 8,
DNA ladder; 2 & 9, A/Wyoming/3/ 03(H3N2); 3, A/HON2;
4, A/Newcaledonia/20/99(HIN1); 5, B/Beijing/243/°97,
6, B/Sanghai/301/°02; 7, B/Hongkong/330/°01; 10, Myco-
plasma gallisepticum; 11, M. synoviae; 12, M. anatis; 13:
Newcastle disease virus; 14, Infectious bursal disease virus.
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Fig. 3. Sum(wx(y of RT-PCR for detection of Influenza virus
type A. The virus titer (A/X-31) was 10*’ TCIDsy/m! and
then the virus was serially 10-fold diluted and RNA was
extracted for RT-PCR. Lanes 1, DNA ladder, 2-8, 107"~
107" dilutions.
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Table 1. Comparison of sensitivity between RT-PCR and cell culture to detect Influenza virus type A
Dilution range
Method ; ; p s
107! 1072 107 107 107 10
Titer 33 2.3 13 0.3 -0.3 ~13
(TCID4/0.1ml) 10 10 10 10 10 10
RT-PCR + + - -
Cell culture + + + _ _
Table 2. RT-PCR for detection of Influenza A virus from clinical specimens of ferrcts infected with live Influenza vaccine viruses
. Tissue samples detection
Viruses -
turbinate trachea lung spleen nasal washing rate
+ _ _ - -
A/X-31 2/2
+ _ _ -
+ - - - -
A/A-101
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