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Backyard pig production system
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Opened house pig production system
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Evaporative Cooling System (EVAP)




Basic information

Pig farm information

*14.1 million heads
210,978 households

1-50 pigs 172,735 (93.51%)
51-500 pigs 9,197 (4.98%)
501-5000 pigs 2,539 (1.37%)
>5000 pigs 246 (0.13%)
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Updates on disease situation

e Situation of major swine disease

o Porcine Reproductive and Respiratory Syndrome
(PRRS)

o Classical Swine Fever (CSF)
o Porcine Epidemic Diarrhea (PED)
o African Swine Fever (ASF)
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Porcine Reproductive and Respiratory Syndrome
(PRRS)



Epidemiology of PRRS in Thailand

e Seropositive animals could be traced back to as early
as 1989.

* In 1996, the first Thai PRRSV was isolated and was
identified as Type 2 PRRSV (Damrongwatanapokin, S.
et al 1996)

e A few years later, Type 1 PRRSV was also reported in
Thailand, and some was found to be co-circulating
with Type 2 PRRSV within the same herd.

(Thanawongnuwech, R. et al 2004)
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Virus Research 154 (2010) 7-17

Contents lists available at ScienceDirect

Virus Research

FI SEVIER journal homepage: www.elsevier.com/locate/virusres

Review
Molecular epidemiology of PRRSV: A phylogenetic perspective

Mang Shi2, Tommy Tsan-Yuk Lam?, Chung-Chau Hon?, Raymond Kin-Hei Hui?, Kay S. Faaberg?,
Trevor Wennblom®, Michael P. Murtaugh¢, Tomasz Stadejek®, Frederick Chi-Ching Leung®*

2 School of Biological Sciences, The University of Hong Kong, Hong Kong, China

b Virus and Prion Research Unit, National Animal Disease Center, USDA, ARS, Ames, IA, USA

¢ Supercomputing Institute, Minneapolis, University of Minnesota, MN, USA

4 Department of Veterinary and Biomedical Sciences, St. Paul, University of Minnesota, MN, USA

¢ National Vererinary Research Insticute, Department of Swine Diseases, OIE Reference Laboratory for PRRS, Pulawy, Poland
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Tun et al. Virology Journal 2011, 8:164

http://www.virologyj.com/content/8/1/164

SHORT REPORT

Genetic diversi

porcine reproc

@ VIROLOGY JOURNAL

Open Access

ty and multiple introductions of
uctive and respiratory syndrome

viruses in Thai

Hein M Tun', Mang Shi', Charles

and

LY Wong', Suparlark NN Ayudhya’, Alongkorn Amonsin’,

Roongroje Thanawonguwech? and Frederick CC Leung”
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Porcine Reproductive and Respiratory Syndromes

Type 1 (European) Clade A, Clade D, Clade H

Type 2 (North America) L1, LS5, L8, Orphanage Lineage

*Classification of PRRS isolate based on Shi et al. (2010) and Tun et al. (2011).
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Laboratory diagnosis

* Multiplex gRT-PCR

PRRSV primers and probes sequence

Eu Fw 5 GAT GACRTCCGG CAYC &

EuRev S CAGTTCCTGCGCCTT GAT &

Eu probe 5 Fam-TGC AAT CGA TCC AGA CGG CTT-BHQ1

VVV ?°*

NA Fw 5 ATRATG RGC TGG CAT TC 3

NA Rev 5'ACACGGTCGCCCTAATTGSI

NA probe Hex-TGT GGT GAATGG CAC TGATTG ACA-BHQ1
Kleiboeker SB, 2005

Y V V

» CN_Fw 5'CCCAAGCTGATGACACCT TTG3
» CN_Rev  5’AAT CCA GAG GCT CAT CCT GGT3Z

» CN_Probe Texas red-5CGC GTA GAA CTG TGA CAA CAA
CGC TGA3’-BHQ2

19



Laboratory diagnosis () e

I Data Analysis - PRRS-optimization probe181157.pcrd

Filz Wie Setkings Expork Tools

| 'g |@ | @ |% |; |$Well6rnup: all wells

v bz

P& Data Analysis - PRRS optimization probe1B81157.pcrd

File Wie Setkings Exporkt Tools

|g |@|@|%l$l%WellGroup: all wells vll.ﬁ.l

/771 muantiication | |2 Quartification Data || gl Gens Erpression || End Paint || Al

7] Quantfication Cluantification Data || ol Bene Esprassion || End Paint || a1

Amplification

Amplification
2000 - e e e
asoo o P I L.
—] : : :
2 qooo Foooo .
soo0 oo L Lo
[u g - — - —
T ¥ T +
[u] 10 20 S0 40
Cycles [1 Log Scale
FaukA [1 HE=< [] Texaz Red

3000

2500

2000

RFU

1500

1000

00

I Data Analysis

File Wies Settings=s Expork Tool=s

| &= | =0 | EL | =2 | S5 |G wen Groun: [al wells ~| = An
Cluantification | Quantification Data " E Gene E=pression || End Paint || Lalle
Amplfication ~

peulnln}

2500

2000

RFU

1500

1000

S00

o

] 10 20 30 <40
Cycles [1 Log Scale

Cycles

[] Log Scale

[] Famd HE, Texas Red

FisbA HE> Ternas Red




Classical Swine Fever (CSF)



Epidemiology of Classical Swine Fever

e The first report case in Thailand occurred
in 1950 in Bang ken district, Bangkok.

e Thailand genogroup.
1. Genotype 1 ( subgenotype 1.1 and 1.3)
2. Genotype 2 (subgenotype 2.1 and 2.2)

3. Genotype 3 ((subgenotype 3.3)
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Oe
Realtime PCR method

-
Mo v
J0urna| ofVurolog:cal Methods Nimagr
30, lssues 1+2, December 2005, Pages 3644 o

Validation of a real-time RT-PCR assay for
sensitive and specific detection of classical swine
fever

) Shaow more

CHAPTER 3.8.3.

CLASSICAL SWINE FEVER
(INFECTION WITH
CLASSICAL SWINE FEVER VIRUS)
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Classical Swine Fever (CsF)  ( )i(

veterinary
microbilology

ELSEVIER Veusrisary Microbiclogy 73 (2000} 137-157
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Immunoperoxidase monolayer assay (IPMA) OJ
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Porcine Epidemic Diarrhea (PED)



Porcine Epidemic Diarrhea
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dReal time PCR

Contents lists available at ScienceDirect

Journal of
Virological

Journal of Virological Methods Methods

journal homepage: www.elsevier.com/locate/jviromet

Development of a multiplex TagMan probe-based real-time PCR for @Cmsm
discrimination of variant and classical porcine epidemic diarrhea virus

Pan-deng Zhao?, Juan Bai?, Ping Jiang®*, Tai-shan Tang”, Yufeng Li?,
Chen Tan*, Xiaoli Shi*
2 Key Laboratory of Animal Diseases Diagnostic and Immunology, Ministry of Agriculture, College of Veterinary Medicine, Nanjing Agricultural University,

Nanjing 210095, China
b jiangsu Entry-Exit Inspection and Quarantine Bureau, Nanjing 200001, China
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Primer and Probe () (3

Primer name Primer sequence (5'-3) Position Application Product size (bp)

-V GITGTACTGGCCCGTTATCT [39-158° TaqManT-PCR %

RV (CATCAACGCCACTAGCAGT 03627

V-Probe VIC-TGCTACTCTCCTGGCCAACATCCA-BHQ! 193-216

f GICGTTGTTTTCGGTGGTTA 13155 8

R( CCATCAACGCCACTATCAGT 24205

(-Probe FAM-TACCTGGTACTGTGGCACAGCCATTG-BHQ! 177-200"
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African Swine Fever (ASF)
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Diagnostic algorithm
Agent Detection Serology

(Come

) I i
| I \
Isclabon |1 +ve—— ’g:g : ELISA
| I

IFA/IPX?

1. EDTA blood, spleen, lymph nodes, tonsils, kidneys
2. At start of outbreak/on selected isolates
3. For confirmation or clarification

Modified from AUSVETPLAN vd.1
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Amplification Plot
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Protocols

Sensitive detection of African swine fever virus using real-time PCR with
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CENTRO OF INVESTIGACION EN SANIDAD ANINMAL PROCEDURE FOR THE GENOTYPING OF AFRICAN SWINE FEVER VIRUS (ASFV] ISOLATES | SOR/CEAMSHEENDTYRIMNG LS

IS4 - IN1A) REV. 2018 Puge 1 of B
CONTENTS
1. | PURPOSE.
CENTRO DE INVESTIGACION EN 2. | scope.

SANIDAD ANIMAL (CISA-INIA)

Eurgpain Pnian Referends Labaratary for ASF, (EURL-ASF)
Conrro o# iIneSInERCan #0 Saneand Aremad
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SOP/CISA/ASF/GENOTYPING/1

STANDARD OPERATING PROCEDURE FOR GENOTYPING
OF AFRICAN SWINE FEVER VIRUS [ASFV) ISOLATES

3. | REFERENCES.

3.1, | DOCUMENTS USED IN THE PROCEDURE REDACTION.

3.2, | COMPLEMENTARY DOCUMENTS (SOPs) TO BE USED.

4, | BACKGROUND INFORMATION,

5. | PROCEDURE DESCRIPTION.

L.1. | EQUIPMENT AND MATERIALS.

5.2, | PREPARATION.

5.3, | METHODS.,

54, | ANALYSIS AND INTCRPRETATION OF RCSULTS.

E.5. | CRITICAL POINTS.

5.6, | SECURITY MEASURES.

5.7. | QUALITY CONTROL.
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A. PCR amplification of the C-terminal region of p72 protein using primers 8,

p72- U and p72-D. These primers amplify 478 bp from the protein p72 of the
Ba71V ASFV isolate {GenBank occession no. ASUIE466- Figure 1) and have

been previously described by Bastos et al., 2003,
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PCR amplification of the CVR within the B6020 gen using the primer set
CEVR1 and CVR2. These primers amplify B85 bp of the Ba71Vv 4SFVY isolate D.
(Genfank accession mo. ASUISHEE- Figure 3) containing the amino acid
tandem repeals and have been previously described by Gallardo ef al., 2011,
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PCR amplification of the in nic i I m the ITIR an

13291 genes These primers gmplify 356 bp located between the I73R and
13280 genes and characterized by the presence of TRS of the Gergia ASFY

isplate (GenBonk occession ng, FASBI4E68.1- Figure 2) and have been
previously described by Gallardo et al., 2014).
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PCR amplification of the full E183L-gene encoding the p54 protein using
primers PPABS and PPAT22. These primers amplify 676 bp flanking the
complete VP54 sequence of the Ba71V ASFV isolate (GenBaonk accession no.
AsUI18466- Figure 4) and have been previously described by Gallardo et al.,
2004,
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What worked well



Proficiency testing for swine diseases

CSIRO AUSTRALIAN ANIMAL HEALTH LABORATORY

5 Portarlington Road, Geelong East, Victoria, 3219, AUSTRALIA
T +613 52275000 » F+61 352275555

Asia Pacific Regional Proficiency Testing
Swine Diseases PCR panel  |sypnoreanyrao




Proficiency testing for ASF

ANNUALMEETINGS ~  THE DISEASE EURL FOR ASF ASF DIAGNOSIS DIAGNOSTIC SERVICES SEQUENCE DATA BASE

WELCOME TO THE EUROPEAN UNION REFERENCE LABORATORY FOR
AFRICAN SWINE FEVER (EURL-ASF).

CENTRO DE INVESTIGACION EN SANIDAD ANIMAL (CISA-INIA)
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Challenges and possible solution

« Lack of swine sample.

« Lack of collaboration between pig farmers and
government agency.

« Have a good collaboration with laboratory
network.
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