


Pseudorabies and transmissible gastroenteritis

MATERIALS AND METHODS

Viruses and cells

PRV was grown in monolayers of BHK21 cells.
TGEV, originally grown on primary pig-kidney cells,
v . adapted to grow on IB-RS2 cells. All cells were
maintained in Vac 1 medium (a modification of Ea-
gle’s minimal essential medium), and supplemented
with 10 % normal bovine serum.

P Haration of antigen

Pseudorabies virus

BHK21 cells were grown in 1-¢ roller bottles at 37 °C.
Confluent monolayers were infected with 5 m¢ of
ADV stock virus. When 100 % cytopathic effect
(CPE) was observéd after 24 h incubation, cell-cul-
ture fluid was harvested, frozen at —70°C, thawed
and clarified by centrifugation at 1800 g for 30 min.
Virus was concentrated by mixing it with an equal
volume of saturated (NH,),SO, for 1 h at 4°C and
centrifugation at 1800 g for 30 min. The resuspend-
ed precipitate was pelleted by centrifugation at
100 000 g for 2 h. The pellets were resuspended in
a small volume of 0,01 M Tris and layered onto a
20-50% continuous sucrose gradient. The gradients
were centrifuged at 70000 g for 1 h. Peak fractions
of virus, identified spectrophotometrically, were col-
lected, pooled and stored in small aliquots at —70°C.

Transmissible gastroenteritis virus

TGEV antigen on IB-RS2 cells was prepared by the
same method as that used for Pseudorabies, except
that 100 % CPE was observed after 36 h, the virus
was pelleted at 150 000 g for 2 h and the resuspend-
ed pellets were layered on top of a linear 20-45 %
sucrose gradient and centrifuged at 70000 g for
90 min.

Positive control serum

Positive control sera against both PRV and TGEV
were prepared in adult pigs housed in an isolation
facility of the Foot-and-Mouth Disease Laboratory at
Onderstepoort. The pigs were inoculated intramuscu-
larly with 1 m¢ of purified PRV or TGEV and bled af-
ter 21 d. Serum was stored at —20 °C.

Study sera

Individual blood samples were collected from 5 337
slaughter pigs at a total of 23 abattoirs situated
throughout the whole geographical area of South
Africa. The sampled pigs came from 256 regular pig
producers and varied in age from 4 to 6 months.
Sera were decanted and sent to Onderstepoort
where they were stored at —20 °C until tested.
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Indirect ELIS

The procedure, with slight modifications, was based
on methods described by Williams, Du Plessis & Van
Wyngaardt (1993). Flat-bottomed microtitre plates
(Linbro/Titertek, Flow Laboratories, CT) were coated
overnight at 4 °C with purified virus at a concentra-
tion of approximately 10 ug/mt protein in phosphate-
buffered saline (PBS), pH 9,6. After the plates had
been washed, they were blocked for 1 h at 37°C
with 50 pl/well of a blocking solution consisting of
2% Nestlé "Lactogen" milk powder (Food & Nutri-
tional Products, Randburg, RSA), 1 % casein hydro-
lysate, and 1 % Tween 20 in PBS. This same solu-
tion also served as the diluent for sera and the con-
jugate. After they had been washed, 50 wf/well of
a 1:50 dilution of each serum specimen was incu-
bated at 37 °C for 2 h in duplicate wells. After anoth-
er washing, 50 u¢/well of a 1:5000 difution of horse-
radish peroxidase-conjugated protein G (Zymed Lab-
oratories, San Francisco, CA) was incubated at 37 °C
for 1 h. Foliowing a further wash, e substrate (o-
phenylenediamine in citrate buffer) was added to all
wells and the reaction was stopped after 20 min by
the addition of 1,25 M H,SO,. Optical-density (OD)
values were recorded with a microplate reader (Bio-
Tek EL340 Instruments, Winooski, VT, UDSA) at a
wavelength of 492 nm.

Interpretation of results

A positive and a negative control serum were in-
cluded in each test plate and the positive cut-off
point was established at 1,5 times the OD value of
the negative control serum. All specimens with OD
values equal to or lower than the negative control
were considered to be negative. Any sample with an
OD value higher than the negative control, but below
the positive cut-off point, was considered as "sus-
pect" and was retested with a commercial pseudo-
rabies antibody kit (Index Pseudorabies Virus Anti-
body Kit, Indexx Laboratories, Westbrook, Maine
04092, USA) and a TGE antibody kit (Svanova Bio-
tech TGE Test Kit For Detection of Antibodies in Se-
rum, SVANOVA Biotech, S-751 83 Uppsala, Sweden).

RESULTS

Fig. 1 (a) and (b) show the reactions of the positive
and negative control sera in the indirect ELISAs for
pseudorabies and TGE, respectively.

Of a total of 5337 pig sera, 5295 (99,2 %) tested
negative for antibodies to both PRV and TGEV, while
no sera tested positive for either of the two viruses.
The remaining 42 samples (0,8 %) were "suspect” for
either pseudorabies (23 samples) or TGE (19 sam-
ples). On retesting with two commercial ELISA Kits,
all "suspect" ples proved to be negative for
antibodies to both viruses.
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