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Summary. — Twenty rotavirus strains were isolated in 1991-92 from 60 faecal samples collected from
diarrhoeic piglets in the Czech and Slovak Republics. Three isolates were adapted to the growth in the cell
line MA-104 and produced cytopathic effect. Rotavirus was demonstrated by immunofluorescence test,
electron microscopy, polyacrylamide gel electrophoresis, immunoperoxidase test and ELISA.
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Introduction

Rotaviruses — a genus of the family Reoviridae — are
together with Escherichia coli, transmissible gastroenteritis
virus, Isospora suis, and Clostridium perfringens the most
frequently identified causal agents of diarrhoea in pigs
(Fitzgerald, 1983). It has been postulated that probably no
pig herd free of rotavirus infection occurrence exists at all
(Woode et al., 1976). Mostly affected are suckling and
weaned animals. Clinical signs usually develop in piglets
up to the age of 4 weeks, but infections and deaths in 8
week-old weaners were also reported (Bohl ef al, 1978).

A report on the adaptation of porcine rotaviruses to cell
cultures has not been published from the Czech Republic
vet. The diagnosis of rotavirus infections is usually based
here on ELISA and electron microscopy (EM) (Smid et al.,
1980). In our work, these methods were complemented by
immunofluorescence test (IF), polyacrylamide gel electro-
phoresis (PAGE) and immunoperoxidase test (IP).

Materials and Methods

Reference virus. The serogroup A poreine rotavirus strain OSU
(Ohio State University), propagated in the cell line MA-104
(foetal macaque kidney) with Eagles’s minimum essential me-
dium (MEM) supplemented with trypsin (1 pg/ml), was used. The
virus was activated by trypsinization (trypsin 10 pg/ml, 37 °C, 30
mins) prior to use.

Samples. 60 samples collected from diarrhoeic piglets were
examined. Either rectal swabs from live piglets or small and large
intestine contents from necropsied piglets were collected. A 30 %
suspension was prepared in PBS pH 7.2, centrifuged at 1500 x g
for 20 mins and filtered through a 400 nm Millipore filter to
remove microbial contamination. The suspension was stored at
~20 °C until use.

Virus isolation. Both stationary and roller cultures were used.
The MA-104 cells were grown in MEM containing 5 % foetal calf
serum and antibiotics (penicillin 100 U/ml and streptomycin
200 pg/ml). The cultures were washed prior to inoculation. The
filtered 30 % suspension was diluted 1:2~ 1:10 with MEM, treated
with trypsin and inoculated onto 2448 hrs old cultures of MA-104
cells. The inoculum was removed after 1 hr adsorption at 37 °C
and the cells were, without washing, overlaid with serum-free
MEM supplemented with 1 pg/ml trypsin. Each passage was
maintained for at least 8 days. The cultures were then subjected
to 2 cycles of freezing and thawing. The attempt was considered
as unsuccessful when no cytopathic effect (CPE) was evident up
1o passage 4 and the presence of the virus was not detected by IF,
1P, PAGE, ELISA and EM,

Direct IF. A monolayer of 24-48 hrs old MA-104 cells grown
on slides was overlaid with the inoculum prepared as descri-
bed above. The inoculum was removed after 30 mins and the
slides were washed with PBS, placed into Petri dishes containing
the maintenance medium (MEM with 1 pg/ml trypsin) and kept
in atmosphere containing § % of carbon dioxide. 18 hrs after
inoculation the slides were washed with PBS and dried. After
fixation in cold (4 °C) acetone, the cells were overlaid with the
rabbit anti-rotavirus immunoglobulin FITC conjugate (VRI, Br-
no). After 30 mins the slides were washed, dried, mounted into
glycerol and examined in fluorescence microscope.












