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ISOLATION AND IDENTIFICATION OF AUJESZKY'S DISEASE VIRUS
BY USING CELL CULTURE
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Aujeszky's Disease virus uunléﬁqnéuaawaqéﬂsﬁmqvéﬁu

Isafdsduan i Ju Aujeszky's Disease mu?9 PK-15 cell line. Femonn
Taviana sﬂéaﬁimu‘lﬁ’i%ﬂgaaﬁ sA L unuouluaRt Lnanuas TasAuounsaalaiddu

inan wazBuduwlanafiisan Aujeszky's Disease szuqmaﬁﬂuénsﬂuﬂs:tﬂﬁiﬂu

Summary

Aujeszky's Disease virus was isolated from brain of a
dead pig suspected of Aujeszky's Disease by using PK-15 cell
line. The virus was identified by using fluorescent antibody

technique (FAT) and virus neutralization test (VNT).
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I. Isolation of the wvirus
1. éuaagnéns@amquﬁauismﬁaéaébiqLﬁuTSH Aujeszky's

Disease (P863 B) F4dsunimuvuivddnnunsinun AredniunnuAndns  af -

QINTHUNI INYUI Y

2. PK-15 cell line

ad E
mnsuantda

unifodnasuszunm 1 nsW walrin 20% suspension iy Main-
tenance medium Fmsuiwizidas W lU centrifuge #AUszum 3000  sauy/
WA Useuam 10 wnf L Fudauila (supernatant) "\ inoculate PK-15
cell 91y 2 3 Tuouin 1 wa. o PK-15 cell monolayer Usszuam 20 ﬁN.Q
1d%ugou 37°C 1 du. (virus absorption) gmi@an inoculum 2ONUAIAI
mau PBS 1 p¥s 14 maintenance medium uéﬁﬁﬁ;ﬂaéTULWﬂxiuébU 37°¢

Wwnms a1 CPE (Cytopathogenic effect) wnniu
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Growth medium &wsuiwiz PK-15 cell line

Eagle MEM medium

Tryptose Phosphate broth (TPB)

Calf serum

L-glutamine (0.3%)

Sodium Bicarbonate (NaHCO3) 7 %
Penicillin 100 units, Streptomycin 100 ng
& Fungizone 3-5 ug/l ml. of medium

pH 7.2

121

80 %
10 %
10 %

Maintenance medium &WsuULaY3198aKd94a1n inoculate virus

wRIAMNUs =navtuflow Growth medium wonanni@n Eagle MEM medium

85% waram calf serum x9ivia 5%

II. Identification of the virus

1. Fluorescent Antibody Technique (FAT)

L Ju

qllnsni
1. Isolated virus (from PK-15 cell).
2. Anti-Aujeszky's Disease conjugate A (Taiwan) and B
(The Netherlands)
3. PK-15 cells grown on coverslip in Leighton tube
ad
6N19

tWnz PK-15 cells vuu coverslip ‘lu Leighton tubes

\JanduLfiu coverslip u¥aoqgyUseuam 2 U gaian Growth medium

1slo

aan

a13 cell 1 m¥fsmae PBS uas dilute 1253meu maintenance medium %

AUTuInYa9 55 s 105 TCIDSO/ua. Inoculate 1725389 lWun PK-15 cell

' ] (o] o .
dszuam 1.5 ux. saviaam twazmafi 37 C Uszwam 20-24 9du. walidn
fected cells wiagaumay Anti-Aujeszky's Disease conjugates
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2. Virus Neutralization Test (VNT)
d
ailnsa
1. Isolated virus
2. Aujeszky's Disease antiserum A (USDA) and Aujeszky's
Disease antiserum B (The Netherlands)
3. Convalescent serum froma 5-month-old pig inoculated
I/M with about 107'5 TCIDSO of the isolated virus
one month before serum collection
4. Preserum collected from the same pig just before
virus inoculation.
5. PK-15 cells grow in 13 x 100 mm. culture tubes
ad
6073

19 PK-15 cells a1y 2 d91w1 rlumraoauna iz Ldaseunn

13 x 100 wy. wazddrin  VNT 2 35safd

1. Constant serum-decreasing virus LRoa1995ue 4 6T -
214 Ao Aujeszky's Disease antiserum A uaz B, convalescent
serum, Preserum 5 \n1m2u Maintenence medium %2314 Isolated
virus Yaud8vin 10-fold dilution ann 10—1 fis 10_8 wR2udN I sAumas
AL Foa augsuluusaasAinaiu (1:1) ulu waterbath 37°C 1 9.

Voo . < al . . < ' ~ )
wRaW1ld inoculate adidaalfann virus titer 299FsuumAIzFIDLN

2. Constant virus—-decreasing serum L 80319954 TAU A Srin
2-fold dilution ain 2 imafisUszuam 256 inausazsau1y  waadalunan
ffu isolated virus eunaUszunm 100-500 TCID50/O.1 ua.  luusuamsd
innmu (1:1) gwlu waterbath 37°C 1 o, uaadmniwizlu PK cell iAo

. S '
11 serum titer YasIsuumazsIouN
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I. Virus isolation
suspected specimen Aiwazaselu PK-15 cells 1§ufl CPE
(Cytopathogenic Effect) Auifiulanioluuszuam 20 9u. uaziiuladniau
1ol U8 gu. laifiulasdann culture fluid lanmdouimuds Fluorescent

Antibody Technique uaz Virus Neutralization Test

II. Identification of the isolated virus
1. Fluorescent Antibody Technique vflovon  isolated
virus mau Aujeszky's Disease conjugate A um: B uéﬁéaqgéEUﬂébq

Fluorescent microscope ua Positive (gufl 1)

sUA 1. PK-15 cell culture inoculated with a field strain (P863B)
of Aujeszky's Disease virus and later on stained with
direct F.A. test.Specific greenish fluorescence found
both in nuclei and in cytoplasm of many cells. Excita-

tion with light from mercury lamp. x 400.
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A1s1afd 1.

PK-15 cells Stained with Results
Inoculated with Anti-Aujeszky's Disease Positive
isolated virus conjugate A¥*

Inoculated with | Anti-Aujeszky's Disease Positive
isolated virus conjugate B**

Control cell Anti-Aujeszky's Disease conjugate A | Negative
Control cell Anti-Aujeszky's Disease conjugate B | Negative

2. Virus Neutralization Test

2.1 35 constant serum-decreasing virus uaﬂsqngiﬁ

Aujeszky's Disease antiserum A wuaz B uaz convalescent serum
e ' 5.5 '

Neutralizing Index s1nnan 10 TCID50 491 Preserum 3 neutra-

lize 1153uazfl virus titer ‘lnaifuenu control virus (mI51<7 2)

2.2 3% constant virus—-decreasing serum Naﬂsqngiq
Aujeszky's Disease antiserum C, Aujeszky's Disease antiserum D,
iwaz convalescent serum £ serum titer (antibodies againét isolated
virus) in1ifu 64 inafuis 3 #Mouny dwu Preserum dsianznouls isola-

ted virus i serum titer &ana1 2 (BN 5147 3)

* .
Anti-Aujeszky's Disease conjugate A lasuann Central Veterinary

Institute, Rotterdam, The Netherlands.
*%

Anti-Aujeszky's Disease conjugate B lasuann Pig Research In-

stitute, Taiwan.
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m1sn4fl 2 VNT Constant serum (serum 1/5)

virus titer

serum Log10 TCIDSOO.l ml. Neut;zii:ing
Diluent only (control) 6.5 -
Preserum 6.4 -
Convalescent serum 1 .
Aujeszky's Disease antiserum C* 1 .
Aujeszky's Disease antiserum D#** 1

m1s14f 3 VUNT constant virus (isolated virus 200 TCIDSO/O.l ml.)

serum

serum titer

Preserum
Convalescent serum
Aujeszky's Disease antiserum C*

Aujeszky's Disease antiserum D**

64
64
64

aqﬂnammﬂaaa

~ o v '
1mﬁﬂnqsuunLﬁblqséaqnéuaqmaqgnénsdamqUﬂquTSﬂdaéaébaqLﬁu

Aujeszky's Disease

Technique uaz virus Neutralization Test

annn1snedaulasaieuly Fluorescent

Antibody
Buthilnan L Tofwuludnosvas

gnans 1Juido Aujeszky's Disease Virus

*

Aujeszky's Disease antiserum C lasuann

*%k

Aujeszky's Disease antiserum D ‘lasuann

U.S.D.A.,U.S.A.
The Netherlands
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vp¥auAx Dr.K.R.Hood,Director ®as National Veterinary
Services Lab,U.S.D.A.,Ames, Iowa,U.S.A. # supply Aujeszky's
Disease Antiserum. usz¥o¥waupm Dr.P.R.Ronhuis ®& Centraal Diege-
neeskundig Institute, Rotterdam, The Netherlands f supply Auje-
szky's Disease antiserum wxr Anti-Aujeszky's Disease conjugate
waz¥avaumm Pig Research Institute,'Taiwanffsupply Anti-Aujeszky's

Disease conjugate
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vl Awdasns, ALAsasy onanseem uazunTuY foagwsd 1978 (2521)
srvaruidossuAvaiunaswuisa  Fafldnumzvas Aujeszky's
Disease 1ugdns amauwnnuans 29 (3): 1:11.
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