ALD , ,
) Immunoperoxidase

test SK-6

' Chinese strain (Fort Dodge Saude Animal
Ltda. 1 Brazil) LOM strain (Green Cross Veterinary Product CO, Itd., Seoul)
THIVERVAL strain (Sanofi Animal Health, Hungary)

Swine kidney (SK-6)

Minimum Essential Medium (MEM) 5% fetal calf serum BVD Antibody and
Antigen - free  CO2incubator

tissue suspension
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DNA | gps5

GeneBank SeqPup version 0.6f (2 biosequence

editor & analysis application, Gilbert D.G. 1990-1995) GeneDoc version

2.5.000 (Multiple Sequence Alignment Editor & Shading utility version 2.5, Karl Nicholas,
1999) DNA

31 GeneBank

Genbank accession number

1 D49533 (GPE', Ishikawa et al., 1995)
246258 (Chinese 08, Moormann,1996)
72048 (Chinese 06, Li unpublished)
AF099102(CS34, Grebennikova, unpublished)
2. M31768 (Brescia, Moormann et al., 1990)
D49532 (ALD, Ishikawa et al, 1995)
AF092448 (Shimen, Huang unpublished)
X87939 (Alfort/187, Ruggli et al., 1996)
X96550 (CAP, Tratschin unpublished)
43924 (Taiwan, Chang,1996)
45478 (Glentorf, Muller unpublished)
3, AF134207 (BKK/50, Kitikoon, 1998)
AF134208 (BKK/91, Kitikoon, 1998)
AF134209 (BKK/88, Kitikoon, 1998)
AF134210 (KPP/93, Kitikoon, 1998)



'O ffjW TN Vritnjjfi-n 1

'ma; 8&> la |
Restriction enzyme
gpod
restriction enzyme Clone Manager
version 4.01 (Scientific & Educational Software, 1995)
primer
primer
gp55 Oligos
version 8.0 (Institue of Biotechnology, University of Helsinki, Finland, Ruslan Kalendar,
1999-2000) primer
tissue suspension 100
SK-6 MEM
5% fetal calf serum BVD Antibody and Antigen - free
passage 3 2 passages
! -10°C
RNA
250 RNA extraction buffer [monophasic

solution of phenol and guanidine isothiocyanate] (Trizol LS”, Gibco BRL, New York)
750 5



chloroform

15
RNA

200 15
12,000 / 4° 15
eppendorf isopropanol 500
15 12,000 /
70% Ethanol 1000
12,000 / 4° 5

0.1% DEPC water 20

(Reverse transcriptase Polymerase Chain Reaction (RT-PCR))

CDNA synthesis

22

4°c

RNA

75 mM Tris-

HCI (pH 8.3), 75 mM KCl, 3 mM MgCI2 10 mM DTT, 0.5 mM dNTPs, 5 nmol reverse
primer, 40U RNaseOUT Recombinant Ribonucléase Inhibitor (Gibco BRL, New York)
DEPC water 20 reaction volume RNA

mixture water bath 37 °c 2

M-MLV Reverse Transcriptase (Gibco BRL, New York)
water bath 42 °c 30

2

5

200U

94 °c
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Primers

Gps5.1 5'GCC GCC GAA TTC ATG CGG CTA GCC TGC AAG GAAGA 3’

(35 mers)
Gp55.2 5" GGC GGC GTC GAC TCA GGC GAG TTG TTC TGT TAY AACTA 3

(38 mers)
Gp55.3 5" ACAACT CTG AGAACAGCCGTG G 3 (22 mers)

(Kitikoon, 1998)
32 5'ATG ccc WTA GTA GGA CTA GCA 3 (21 mers)

326 5 TCA ACT CCATGT GCC ATG TAC 3 (2 mers)
(Vilcek and helak, 1998)

Polymerase Chain Reaction (PCR)

PCR 20 M Tris-HCI (pH 8.3),
5 MKC, 15 M MgCl2 200 |IM dNTPs, 50 pmol ~ forward ~ reverse primer,
25U Taq DNA Polymerase (Gibco BRL, New York), 10% cDNA  DEPC water
50 microtubes Programable DNA
Thermal Cycler (Perkin Elmer 9600; California)

%°c 3 1
PCR

Dénaturation  95°c 30
Annealing  55°C 30
Extension 12°c 1
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PCR 35
12°c 5 4°c

(Product detection)

Agarose Gel Electrophoresis

1.5% agarose  1X Tris-borate EDTA buffer (TBE buffer)
DNA 1 (Molecular weight marker 100 bp DNA ladder
(Biolahs, New England) tracking dye (0.025% Bromphenol blue, 40% Ficoll
400 0.1% SDY) 1:2 150 45
2.5 / ethidium hromide
w Photo Documentation System (Vilber Lourmat, France)

MgCI2 PCR

cDNA ALD
PCR MgCI2 1.0, 15, 2.0 2.5
mM

RT-PCR

ALD ' 105 TCIDI 50
10 1 TCIDY 50
RNA
K6
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DNA
PpuwW
DNA PCR
1-5 , 50 mM Potassium acetate, 20 M Tris-acetate (pH 7.4), 10 M
Magnesium acetate, L mM DTT, PpUW 2 (BioLabs, New England) 1
20 water bath 31 °c 1-2
XowN
DNA PCR
1-5 , 10 mM Tris-HCI (pH 7.5), 10 mM MgCI2, 0.1 / BSA, 1
mM DTT, XON'5  (Fermentas, USA) 20
water bath 3r°c 1-2
Agarose Gel

Electrophoresis

Immunoperoxicase Test

10
eppendorf ;105
96-well microplate 50
SK-6 MEM 5% fetal calf serum 1 X106  /
100 ALD
microplate C02incubator 37 °c

12
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4% Formalin - PBS-0.5% Tween 100
20-30 plate PBS-0.5% Tween 3
125 Monoclonal - Anti Swine Fever virus (
, , ) 1% BSA  PBS-0.5%
Tween 50 C02 incubator 3’ 1
plate PBS-0.5% Tween 3 125
Peroxidase-Conjugated Rabbit Anti-Mouse  Immunoglobulins
(DAKO, Denmark) 1% BSA  PBS-0.5% Tween
50 C02 incubator 3’ 1
plate PBS-05% Tween 3 125
Substrate ACE solution (3-amino acid-9-
ethylcarbazole 80 Dimethyl formamide 20 ) : Acetate Buffer : HA)2
(30%) = 1 : 19 : 20 100 C02
incubator 3’ 1 plate 1

plate
Reed  Muench (1983)



Samples suspected SF infection

Viral Isolation / ldentification

(Immunoperoxidase Test)
RNA Isolation

RT-PCR

RFLPs

3.1
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