T

=

¥
g
—~
Ry
=

;‘-:m\:-‘-
£
it

N

€ e p & WA Y

Recombinant classical swine fever virus technology study
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7% Jp(Classical swine fever; Hog cholera)? & #' s & £ & 2 B @ L
4 g m+ (Classical swine fevervirus) #73l4z2 § @4 12 5 35+ (4
B LREFAFTHFEFFAZBERA o 0P 1950 E BBt 55 A
thd it g+ (Lapinization Phillippine Coronel, LPC) # % » B 2% #-5 fi-d
R4 8130 % 431002 o FE 2 B RAE - F G o A PERT R
AR AR () BREFLRERBEFRATISN S (2)3 AT
AR RS 25477 0 (3)% kAT RRE2RE Y 217 5 B)FRRF =

Hirguw 278 o
AR AFARS R L2 PT AT RI LA LR R RS
2P AED > RFERFEFLFN2Fd e Tl e ag g
DrSakodaf % ¥ #7 ¥ £ e fp 4 WH P> 2B L £-A D > 2 3
F A E BRNA S - £ BRNAG e A (F% 2 £ hd 6 o 7
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Bhor ¥ 1947 Beefi it~ § o §J'\%5 # 5 3 #7 (Graduate school of
veterinary medicine )(Bl- )& 3 = B & W g&%ﬁ Tk EPE & (veterinary clinical
sciences) ~ :ﬁi:}ﬁﬁ_ﬁ'ﬁd? (disease control) ~ # % 5,‘;5? ( biomedical sciences ) %

ﬁi%’i%ﬁ # (environmental veterinary sciences ) ~ J& * g&%ﬁ & (applied veterinary
sciences) % BF w5 i (veterinary teaching hospital ) ° 7 gz 130 F ¢
BELE ORIAPEFIE CBARFLE FLAFFIEER RO EAY
F(R=) e F-FLERMI G - BRI - ERIFRE - RBILRE o A
AATY e RS A AE < BRF G AR R E G AR A P EE T E R %k

TEFA A EHRSEE e 2 (HiroshiKida)£ 2 o E 0 K > g iR F5%F -
ZRHRELOERVEINR ST FHREL - Eo ey EREALF LA
%L:}ﬁs:}’;’;ﬁ-*'lﬁﬁ 7 ® = (Research Center for Zoonosis Control) & i o 3% B <@ #c3%

# 12 (Yoshihiro Sakoda) % # -7 3 %Jf 1A R :)gs% ¢k @ 7 pestivirus o
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[1] BHHFLZ2EYPNZ3HH
ABEABEMAPERHRE LT 2L F A AL rEED 2 (Hiroshi
Kida) ~ & #c#::i8 v &1 (Yoshihiro Sakoda) % B4 % ¥t b +» & 57 ( Masatoshi
Okamatsu) o &= #* % {742d Dr. Yoshihiro Sakoda % #t » ¥ £ d § 24 X IR
2 (YuriAbe) 2 4% % (MineJunki) f F % ¥4p b € e ptp s W i @
ARG E @ RNA S~ £ R RNA chim ™ 4 77 2 £ e pip 4 65 % o
SRRy e 222 my o Raes RFE NS (5 o Dr.
Yoshihiro Sakoda #r3j-3 & £-4F S oA 2 2 p A RPIITER (TR AL

F2 (B=)-

Bz L5 E iRl BB RRRE AR
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B9 b & o RNA # 451t
SHRBHEE T o P N £ 2 RNA 1T afiir & L | pE i
{0 12 MEGAscript T7 Kit & = 2 & % RNA » & ZE | * Microspin
S-400 FHLA s> A W EEHAEY o T FHE K E R KNG I H B F
oty B o
(1) U AF|pE 2 iT* 0 & ﬁ)]%fi {48 (Full-length cDNA clone pGPE-)" 1" i& {7
BT A M EL % P2 2 ( FastGene Gel/PCR extraction Kit, Fast-Gene)
v p i lE e e
(2) 12 Phenol/ chloroform  i* % & » 4 ",% B0 T () B
10ul DEPC H20 % 12 33 B8 7 34 & 37 > FE3L Pk
(3) %8 ¢t & 2 RNA #4517 % > ki e &2 2 (MEGAscript T7 Kit, Life
technologies) = ' 2kl F E N B 44T 40 B3> 37°Civ* 2-4 | pF o
F 4 » MEGAscript T7 Kit #7*%¢2. DNase (0.5ul) ** 37°C i¥* 30min » 11 &

“,f DNA fi4x -

32 WA (W)
Purified DNA 4

*10x Rxn Buffer 1
*rNTP(A, U, G, Q) 1 for each
*Enzyme (T7 RNA polymerase) 1

Total 10

(4)14 Microspin S-400 ¢ 11(GE Healthcare) » i & # 22 3k # Fp 3 - i &cds 2

RNA o B30 8 500 WA T ok A 45 ~ 2B 1 %5 +-80°C o
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1% ¢ 7 342 (Eletroporation method)i& i7 & %= RNA ehim?e §& 4 it *
(Transfection) (*# i+ =)

B Bdr HRNA T 5 IV E R AR 1T o dm e ) 1 R (Tryspin) (8% 152
G IR iRtk 0 ¥ 2 %H B HOT 5§ CaCly 2 MgCI2 enig i ¢ o

be ~ RNA» R & (68 » 7

R

* ] ¥ o8 & RNA fh'm*z 12 BioRad % # it & 7]

% 78 % (Gene Pulser Xcell) (F]= ) » r4di5 &) £ & 200V & % 500uF i @ (5%

8 #rmie B A 5 37 C § 5%CO2 s & Y B A o
.
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4] £

Bz L Fr Fme 3t 37°C 7 5%C02 eyt & 47 & 0 ¥ A2 X (S B
PFR(GEERA) RFEI S IR EBN BT HREHET L FRGT
AN R B t-80C o B A Y MRS TR TR R §2(9T A &)1 e
A T5C T — ] P B e o e 4500 S 4 4 (Immnuostaining)
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ANBFRP NIV L e R REA WA PNE FR AR 2w B 4 p
BELEEERAn N TERFAYOFRRBERF AT LY o

d 3t ATy PR #AE > & Dr. Yoshihiro Sakoda sk B4 2 % BT 5 4 Bt
TR - BIA S T D HP TR A LTS T o F A T A
FRORE RS WA AR S

AL FEARY R ERREBERTRD DE A T e R F T
LR L AR R L TR RIFT L - RERIHEI TR
ARET R RFIE AAT AL HEE D e od 3 DB DRR RS RS S 2 B AT
F 355 B+ HA(94.4 i 4 1) 3T genotype Il 3t 1996 E 15 7 {7 chup 4 R (2F ¢
# > 96TD Ji# &) > genotype Il » % p 50 & % 2 E4 A w LPC & R
genotype I° £ B & #3473 kA FIAH R H+ A9 B £ éi841 Dr. Yoshihiro

Sakoda # 77 B AR AL FHEE Y 4 T AT - Mg 0 L AR HRRE
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¥k EH4F R B s chiz 41374 > Dr. Yoshihiro Sakoda &7 f# & P Wi}
BPROEFFAL > ERARNTULABRZRBERH AR B £ 3 T

stamping-out FT ik © P AR LG BRAN S > B By T - & (S SRR
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Materials

Phenol/ chloroform i {5 fi&

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

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

100%Et-OH

75% Et-OH

Sodium acetate

RNase free water (or DEPC treated water)

Methods:

[1]

[2]
3]

[4]

[5]

[6]
[7]

P~ % # 4 2. P:C:l (Phenol/ Chloroform/Isoamyl alcohol (P:C:l =25:24:1)) £
it PR T R E353 > 12 14000rpm R RS 5 448 o

Bob R R B2 P:Cl (E* - =500 14000rpm R4S 5 A 4 o
Bt iR 0 4o ZA4f 2 Cl (Chloroform/Isoamyl alcohol (C:l =24:1)) &
FREIBF (6 > 2 14000rpm F R 4w 5 A48 o

B ik 0 4o 1/5 M4 2 Sodium acetate % 5 & 4 ff 2 100%IFHF

)1
M

BT E 10 A 4815 0 1 14000rpm 3t AC T g 20 A 4 o

2 H ikt 4o » 200ul75% FpE 4 14000rpm 3t 4C T s 5 A
A TR SR
:}1{-,‘,}5“’%’1“:% k3¢ e

FRF& B 1273 *% 10ul DEPC H20 » 1 & #4887 A A 47 > FEsL ik
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%12 = ~ 11§ % 34 % (Eletroporation method)it 7 € 2 RNA im 2 & % £ %

(Transfection)

Materials

The transcribed RNA (dilute to the concentration of 1jug/10pul)

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 90ul 1M CaCl, and 33ul 1M MgClI2 in 50ml 1xPBS

Methods

[1]
[2]
3]
[4]
[5]
[6]

[7]

[8]

[9]

[10]

Trypsinize monolayers of concluent CPK or SK-L cells.

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

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

Resuspend at a density of 2x1077 cells per mlin PBS(+)

Dispense 10% HS MEM-TPB and seed the 7x1075 cells in the culture dishes.
Turn on the Gene pulser and set the condition: the electroporation is
carried out by applying once successive pulse at 200V and 500uF.

Add 1ug(10ul) of the transcribed RNA to 400ul of the cell suspension. Mix
gently with pipette and immediately and transfer to the cuvette.

Carry on the electroporation.

Plate the tranfected cells in the prepared culture dish.

Incubate the transfected cells at 37°C and 5% CO2 for 3 days in the P3

rooms.
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%t it = - Immnuostaining
Materials
1* Ab (anti-NS3 monoclonal Ab)
2" Ab (anti-mouse HRP conjugated)

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

Methods
[1] 1% Ab (1000 x) incubate at room temperature for 1 hour.
[2] Wash 3 times PBS and discard
[3] 2" Ab (anti-mouse HRP conjugated, 1000 x) incubate at RT for 1 hour.
[4] Wash 3 times PBS and discard.

[S] Add substrate and incubate at 37°C for 15-30 min.
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