
 

 

 

 

 

 

 

 

 

Recombinant classical swine fever virus technology study 
 

 

 

   

 

 

 

102 11 24 102 11 30  

102 3 3  

 



1 

 

 

  ………………………………………………………………… 2 

  ………………………………………………………………… 3 

  ………………………………………………………………… 4 

  ………………………………………………………………… 6 

 RNA  ………………………………………………………………… 7 

 RNA  ………………………………………………………………… 8 

  ………………………………………………………………… 9 

  ………………………………………………………………… 11 

  ………………………………………………………………… 13 

  ………………………………………………………………… 14 

  ………………………………………………………………… 15 

 

 

 

 

 

  



2 

 

 

Classical swine fever; Hog cholera

Classical swine fever virus

1950 

Lapinization Phillippine Coronel, LPC

8.13 0.02

(1) (2)

(3) E2 (4)

 

Dr.Sakoda

RNA RNA

 

 

 

 

 

  



3 

 

 

 

    

11 24  

Sapporo, 

Hokkaido New Chitose Airport   

11 25  RNA  (I) 

11 26  

RNA   

  

11 27  RNA RNA (II) 

11 28   

11 29  

 ( ) 

 

11 30   

  



4 

 

 

1876

1947 Graduate school of 

veterinary medicine ( ) veterinary clinical 

sciences disease control biomedical sciences

environmental veterinary sciences applied veterinary 

sciences veterinary teaching hospital

( )

Hiroshi Kida

OIE

Research Center for Zoonosis Control)

(Yoshihiro Sakoda) pestivirus

 

 

 



5 

 

 

 

 

 

  



6 

 

 

[1]  

Hiroshi 

Kida Yoshihiro Sakoda Masatoshi 

Okamatsu Dr. Yoshihiro Sakoda

(Yuri Abe) ( Mine Junki) 

RNA RNA  

Dr. 

Yoshihiro Sakoda

 ( )  

 

 

  



7 

 

[2] RNA  

RNA

MEGAscript T7 Kit RNA Microspin 

S-400 

 

(1) (Full-length cDNA clone pGPE-)

( FastGene Gel/PCR extraction Kit, Fast-Gene)

 

(2) Phenol/ chloroform  ( )

10ul DEPC H2O  

(3) RNA (MEGAscript T7 Kit, Life 

technologies) 37 2-4

MEGAscript T7 Kit DNase (0.5ul) 37 30min

DNA  

  

  (μl) 

Purified DNA 4 

*10x Rxn Buffer 1 

*rNTP(A, U, G, C) 1 for each 

*Enzyme (T7 RNA polymerase) 1 

Total 10 

 

(4)  Microspin S-400 (GE Healthcare)

RNA -80  
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[3] (Eletroporation method) RNA

(Transfection) ( ) 

RNA (Tryspin)

CaCl2 MgCl2

RNA RNA BioRad 

(Gene Pulser Xcell) ( ) 200V  500μF

37 5%CO2  

 

BioRad (Gene Pulser Xcell) 

 

(P3 Level)

( )  
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Phenol/ chloroform  

Materials 

Phenol/ Chloroform/Isoamyl alcohol (P:C:I =25:24:1) 

Chloroform/Isoamyl alcohol (C:I =24:1) 

100%Et-OH 

75% Et-OH 

Sodium acetate 

RNase free water (or DEPC treated water) 

Methods: 

[1] P:C:I (Phenol/ Chloroform/Isoamyl alcohol (P:C:I =25:24:1))

14000rpm 5  

[2] P:C:I 14000rpm 5  

[3] C:I (Chloroform/Isoamyl alcohol (C:I =24:1)) 

14000rpm 5  

[4] 1/5 Sodium acetate 5 100%

10 14000rpm 4 20  

[5] 200ul75% 14000rpm 4 5

 

[6]  

[7] 10ul DEPC H2O  

  



14 

 

(Eletroporation method) RNA

(Transfection) 

Materials 

The transcribed RNA (dilute to the concentration of 1μg/10μl) 

Cell (CPK, SK-L)  

0.25% Trypsin 

10% HS MEM-TPB (Trypton phosphate buffer) for cell culture 

0.2cm Electroporation Cuvette (Bio-Rad, 12346-086) 

Gene Pulser X cell (Bio-Rad) 

60mm cell culture dish (Thermo Fisher Scientic, 150288) 

PBS(+)(RNase free): add 90μl 1M CaCl2 and 33μl 1M MgCl2 in 50ml 1xPBS  

Methods 

[1] Trypsinize monolayers of concluent CPK or SK-L cells. 

[2] Wash the trypsinzed cells once by 10% HS MEM-TPB.  

[3] Wash the cells three times with ice-cold PBS(+) 

[4] Resuspend at a density of 2x10^7 cells per ml in PBS(+) 

[5] Dispense 10% HS MEM-TPB and seed the 7x10^5 cells in the culture dishes. 

[6] Turn on the Gene pulser and set the condition: the electroporation is 

carried out by applying once successive pulse at 200V and 500μF. 

[7] Add 1ug(10ul) of the transcribed RNA to 400ul of the cell suspension. Mix 

gently with pipette and immediately and transfer to the cuvette. 

[8] Carry on the electroporation. 

[9] Plate the tranfected cells in the prepared culture dish. 

[10] Incubate the transfected cells at 37  and 5% CO2 for 3 days in the P3 

rooms. 

 



15 

 

Immnuostaining 

Materials 

1
st

 Ab (anti-NS3 monoclonal Ab) 

2
nd

 Ab (anti-mouse HRP conjugated) 

Substrate (3-amino-9-ethyl carbazole , AEC) 

 

Methods 

[1] 1
st

 Ab (1000 x) incubate at room temperature for 1 hour. 

[2] Wash 3 times PBS and discard  

[3] 2
nd

 Ab (anti-mouse HRP conjugated, 1000 x) incubate at RT for 1 hour. 

[4] Wash 3 times PBS and discard. 

[5] Add substrate and incubate at 37  for 15-30 min. 

 


