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Abstract : To elucidate the molecular genetical properties of the canine parvoviruses isolated from the
diseased puppies in the regions of Kyunggi and Chungnem provinces, the replicative form (RF) DNA of
four field isolates were compared with those of two attenuated vaccine strains and a reference strains of
CPV by restriction endonuclease analysis (REA). REA by Hinf I showed that three CPV isolates except
CPV-V15 had an identical banding pattern with two vaccine strains, one standard strain and feline panle-
ukopenia virus (FPLV). In CPV-V15 strain the fourth fragment of DNA with 800 bp was deleted. REA
by Bgl I and Pst I indicated that CPV-V15 and FPLV had a bigger second fragment than those of the
other strains of CPV. Meanwhile REA by Bam HI revealed that all the field isolates and vaccine strains
used in this experiment showed similar banding patterns.
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Table 1. Parvovirus strains used for experiment

Viruses Strains Country of origins Virulence
(district)

Canine parvovirus TJ89-1 Korea(Chungnam) virulent
Canine parvovirus vl Korea(Kyunggi) virulent
Canine parvovirus Vi5 Korea(Kyunggi) virulent
Canine parvovirus V20 Korea(Kyunggi) virulent
Canine parvovirus 912* 1JSA virulent
Canine parvovirus cA-2* - attenuated
Canine parvovirus Gc* - attenuated
Feline panleukopenia virus — UUSA virdent %

* American type culture collection(ATCC, VR 2006)

The viruses were originated from the commercial CPV attenuated live vaccines in Korea

Infection of virus into CRFK cell at 6~10 hours following
subculture
|
Harvest infected cells 24 hours following infection
{
Add 5m¢ of lysis buffer and 25¢¢ of proteinase K(20mg/m¢), then
mcubate at 37°C for Zhours
i
Add 0. 25m¢ of 5 M NaCl
i
Stand on ice for 1 hour, mix again and overnight
|
Centrifuge at 15,000 rpm for 40 min at 4C
i
Save the supernatant and precipitated with 3 volume of ethanol
!
Suspend DNA in 0. 1m of 50mM Tris-HC], 5mM EDTA, pH 8.5
!
Add 1 ¢ of RNase A(10mg/mé) and incubate for 30min at 37°C
|
Add 100#¢ of 50mM Tris-HCl, 50mM EDTA, pH 8.5 and heat for
5min at 100C and cool on ice
|
Extract with 2 volume of phenol
|
Centrifuge at 10,000 rpm for 10 min
|
Reextract with chloroform and centrifuge at 10,000 rpm for 10 min
}
Precipitate with 3 volume of ethanol at =70C for 60 min
}
Centrifuge for 10 min at 10,000 rpm at 4C
i
Suspend DNA the pellet in 0.05m¢ of 10mM Tris-HCl, ImM
EDTA, pH7.5

Fig 1. Procedure for extraction of RF DNA from CPV
infected cells.
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Fig 2. Gel electrophoresis pattems of RF DNAs of seven canine parvovirus and one feline panleukopenia
virus digested with restriction endonuclease Hinf I .The arrow indicates the position of the deficient band

of CPV isolates.

lane 1. CPV-GC(vaccine strain), lane 2. CPV-CA-2(vaccine Strain), lane 3. CPV-T]89-1(isolate), lane 4. CPV-V11(isolate),
lane 5. CPV-Vi5(isolate), lane 6. CPV-V20(isolate), lane 7. CPV-912(ATCC), lane 8. FPLV lane 9. A DNA digested with

Hind .

1 2 3 4

5 6 7 8

Fig 3. Gel electrophoresis patterns of RF DNAs of one feline panleukopenia virus and six canine parvovirus

digested with restriction endonuclease Ban HI.

lane 1. FPLV, lane 2. CPV-CA-2(vaccine strain), lane 3. CPV-GC
(isolate), lane 6. CPV-V20(isolate), lane 7. CPV-912 (ATCC),
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Fig 4. Gel electrophoresis pattemns of RF DNAs of seven canine parvoviruses and one feline panleukopen-
ia virus digested with restriction endonuclease Bgl I The arrow indicates the band different from the others.

lane 1. A DNA digested with Hind [, lane 2. CPV-CA-2(vaccine strain}, lane 3. CPV-GC(vaccine strain), lane 4. CPV-T]J89-1
(isolate), lane 5. CPV-V11(isolate), lane 6. CPV-V15(isolate), lane 7. CPV-V20 (isolate), lane 8. FPLV, lane 9. CPV-912 (ATCC)
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Fig 5. Gel electrophoresis patterns of RF DNAs of seven canine parvoviruses and one feline pan leukopenia
virus digested with restriction endonuclease Pst 1. The arrow indicates the band different from the others.

lane 1. A DNA digested with Hind [ll. lane 2. CPV CA-2(vaccine strain), lane 3. CPV-GC(vaccine strain), lane 4. CPV-T]J89-1
(isolate), lane 5. CPV-V11(isolate), lane 6. CPV-VI5(isolate), lane 7. CPV-V20(isolate), lane 8. FPLV, lane 9. CPV-912(ATCC)
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