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Table 1. Process of immunization for pseudorabics hvperimmune serum

Pig _
Virus strain
No. C 14
101 Aujeszky g?l‘setiter gm]sr. :.LE);ISC.
- Dose 2ml 10ml
102 DPingtung NT titer 0 5C 56

Davs of immunizing inoculation

Y B

23 42

00ml. 00ml.
},_35" P ?‘zéne]‘”
100mi. 100m1.
g P 128t

S5 3]
3C0ml . hled
171024 7512
300ml. hled
512 P D158

Fig. 1. Neutralizing antibodies curve of pseudorabies virus immunizing SPF piglets
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Table 2. Neutralizing antibodies titer at different step of {luorescent antibody preparation

Conjugate

Serum

r-globulin

Sephadex

Final product

Stain titer

208

128

64

16

Anii-Pingtung

Anti-Aujeszky

512

258

128

32
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Table 3. Results of Manufacturing Fluorescent Antibody and Stain Titer
Conjugate Iraction Collected IFab {ml) Non-specific Stain titer
1 13 — ¥ 2
Pingtung 2 13 — 2
3 i3 — w1
1 15 “4
Aujeszky 2 15 — 4
3 15 - 2

4. ZTRAPNHAS

HHRYEFE IR R R RS > B RBEE AR SRS AR PR SRR
AT BRI Pingtung UG Aujeszky #hoj AR MUK EAI LRS- 3Fmk
4 BT

Table 4. Cross Neutralization of strain Pingtung & Aujeszky of pseudorabies

virus and strain ALD of hog cholera virus

Anti-seram

Strain of virus

Anti-Pingtung Anti-Aujeszky Anti-ALD
Pingtung o 12256 B 4813 0
Aujeszky 1256 2812 0
ALD (HCV)* 0 0 (4086

*¥Determined with END method.
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Table 5. Cross Fluorescence of strain Pingtung & Aujeszky of Pscudorabies

virus and strain ALD of Hog Cholera virus

Conjugate Strain of virus Intensity of fluorescence

Anti-P Pigtung 1t
Aujeszky i
ALD (HCV)

Anti-A Pingtung +#+
Aujeszky W
ALD (HCV) .

Anti-ALD Pingtung -
Aujeszky —
ALD (HCV) i

+ : Hight bright fluorescence,

+ : Medium bright fluorescence.

— : Negative,
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1. Fluorescence in PK-15 cell 2. Fluorescence in PK-15 cell
infected with prv, stained infected with prv, stained
6-8 hrs postinoculation, 6-8 hrs postinoculation.
x400 x400

l . .

3. Fluorescence in PK-15 cell 4. F]LIOTQSCEHCE in PK-].S cell
infected with prv, stained infected with prv, stained
6-8 hrs postinoculation. 16 hrs postinoculation.

x200 x200



5. Fluorescence in PK-15 cell 6. Fluorescence in PK-15 cell
infected with prv, stained

infected with prv, _stained
16 hrs postinoculation. 16 hrs postinoculation,
x200 x75

7. Fluorescence in PK-15 cell
infected with prv, stained
24 hrs postinoculation,
x150
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STUDIES ON PSEUDORABIES DISEASE
(AUJESZKY'S DISEASE) IN SWINE 7

I. Preparation and application of fluorescent—labaled antibody of pscudorahies
JLF. S5 T. C Lin C. M. Shieh

(Taiwan Provincial Research Institute for Animal Health)
English Summary

An epizootic of Aujeszky’s disease occured in a large swinc herd in southern Taiwan
from June through November in 1971. Pseudorabies virus was isolated from the brain of
baby pigs suspected of dying of Aujeszky’s disease. Immunofluorescence had advantages of
speed and accuracy over conventional methods. So that the authors tried to prepare pseud—
orabies fluorescent antibody conjugate employed in the diagnosis of the disease in this
island. The cxperimental results are summarized as follows :

1. The specific anti-PrV hyperimmune serum could be obtained and used as the source of
preparation of pseudorabies fluorescent antibody by employing three month old SPF
piglets inoculated with 2 ml of PrV (Pingtung & Aujeszky strain 10 TCID;/mi) for
basic immunization, and 4 more booster injections of 10~300 ml of PrV(10°TCIDg/ml)
were administered following the hasic immunization. The sera thus obtained showed
a high neutralizing antibody titer, Anti-Pingtung was 1: 256, Anti~Aujeszky was 1:
512, and were considered satisfactory for the preparation of pseudorabies fluorescent
antibody.

2. The r—globulin was precipitated by adding the saturated ammonium sulfate solution to
the hyperimmune serum, then the protein concentration of the r—globulin solution was
determined and conjugated with FITC at the fluorescein—ptrotein ratio of 1/50, The

conjugate was passed through Sephadex and DEAE columns to remove the unconjuga—
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ted FI'VC dye and non-specific fluorescein. The conjugate thus obtained through three
procedures was very specific for PrV and showed a stain titer of 1:2 to 1:4.
Specific fluorescence was observed at 6~8 hours following inoculating PrV on the
PK-15 cell line and I’rV appeared to form a plaque. At 24 hours the cytopathic effect
could be observed, and many infected cells appeared shrunken without discrenible
nuclei. The entire cell fluoresced at this stage. and had a vacancy in the center of
plague.

Anti-Pingtung and Anti~Aujeszky serum showed cross reaction, but never did with
HCV. Therefore, the isolate of Pingtung strain had the same antigenicity as Aujeszky
strain and differed from HCV.



