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Sheep pox is one among few 
viruses which can grow in the 
cytoplasm of host cell and produce 
inclusion bodies. The presence of 
sheep pox virus in cell culture system 
was studied by acridine orange stain-
ing method (Sarma and Sambamurthy., 
1977), fluorescent antibody technique 
(Vigario and Ferraz., 1962) and counter 
immunoelectrophoresis (Chand et al., 
1985). 

In the present work, the sheep 
pox virus infected BHKZt (Razi) cell 
line was located employing acridine 
orange staining, counter immunoele-
ctrophoresis and electron microscopic 
studies. 

Materials and Methods 

The virulent sheep pox virus 
(Ranipet strain) passaged in BHK,t
cells upto 30th passage by Parthiban 
et al (1993) and the sheep pox virus 
hyperimmune serum raised in rabbits 
as per the method of Williams and 
Chase (1924) were used. 

Acridine orange staining: Sheep 
pox virus infected BHK„ coverslip 
cultures were prepared. The cyto-
pathic effect was observed after Z2 
hours post infection. The coverslip 
cultures were fixed in carnoy's fixative 

for 15 min and acridine orange stain-
ing procedures were carried out as 
per Rai (1985). 

Counter immunoelectrophoresis: 
The counter immunoelectrophore-

sis was carried out by the modified 
method described by Hudson and Hay 
(1960). Barbitone buffer was prepared 
according to Rai (1985) and gel accord-
ing to Chand et al (1985). 

The tissue culture fluid of sheep 
pox virus at different passage levels 
were used as a test antigen against 
hyperimmune serum raised in rabbits. 

The tissue culture sheep pox 
vaccine obtained from IVPM, Ranipet 
and the processed skin sample from 
uninfected healthy sheep were used 
as a positive and negative control 
antigen respectively. 

Electron microscopic studies: The 
virus harvested from tissue culture 
was centrifuged at 4000 rpm for 
30 min to sediment the coarse 
particles. The supernatant was 
then centrifuged at 55,000 rpm for 
2 hours in Beckman Ultracentrifuge to 
pe;.let the viral particles. The viral 
pe:;let was resuspended in 50, 1 of 
distilled water. A drop of viral sus-
pe~lsion was placed on the grid and 
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Fig. I 
BHK,~ monolayer—Infected with sheep pox virus—Multinucleafed giant cell formation 

and inclusion bodies seen in cytoplasm. Stained with AO (20000x) 

Fig. 2 
Electron micrograph of sheep pox virus—Ovoid particles are seen (20000 x) 
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washed with distilled water to remove 
the excess fluid. A drop of 4 per cent 
phosphotungstic acid was added and 
examined under the electron micros-
cope. 

Results and Discussion 

In this study the acridine orange 
staining clearly revealed the multinu-
cleated giant cell and intra cytoplasmic 
inclusion body formation confirming 
the findings of Sarma and Samba-
murthy (197?) (Fig. 1). 

The presence of sheep pox virus 
in infected cell culture was detected 
using counter immunoelectrophoresis 
technique by the appearance of pre-
cipitin line in the tissue culture test 
samples similar to that of positive 
control. 

The electron microscopic studies 
using phosphotungsticactd on negative 
staining revealedthe presence of ovoid 
particles in tissue culture fluid under 
the magnification of 20,000 X (Fig. 2). 
Since the sheep pox virus can grow 
in the cytoplasm of host cell, it is clear 
pointer towards the presence of sheep 
pox virus in a cell culture system. 
While cytopathogenic effect is a non 
specific indication of viral growth in 
the host system, CIE detects the anti-
gen in a~ specific manner. Electron 
microscopic studies demonstrated the 
physical presence of the virus. 

Summary 

Virulent sheep pox virus was 
grown in BHKZ , cells and its presence 
in cell culture system was studied by 
different methods like acridine orange 
staining, counter immunoelectropho-
resis and electron microscopic studies. 
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