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However, no definite virus foci could be detected in the control cells
infected with LSDV-virus (that had been passaged six times through selection
medium) and incubated with selection medium (Fig. 3.9b.). The abscence of
indirect immunoperoxidase staining in these cells also indicated that there was no
detectable endogenous peroxidase activity present in the cells. Normal uninfected
cells should not exhibit dark brown staining in the cytoplasm after indirect
immunoperoxidase staining. Virus, obtained from cells that were infected with
LSDV and transfected with the pLSD-Gpt construct, was passaged six times
through selection medium. Cells infected with this virus (presumed to contain
recombinants) at passage no. 6 were subjected to in situ indirect-
immunoperoxidase staining (Fig. 3.9c.) which confirmed the presence of viral-foci.

3.4. Discussion and conclusions

3.4.1. Virus propagation

In order to obtain a successful transfection reaction, it is necessary to start
of with a high enough virus concentration (at least 0.05 FFU/cell), since in vivo
recombination in viruses occurs at a low frequency. In vivo recombination in VV
occurs with a frequency of 0.1% (Piccini and Paoletti, 1988). Therefore several
attempts were made to obtain a good stock of pure LSDV with a high titer. Due to
the unavailability of CFK- or LT-cells at the time (as previously mentioned) LSDV
was propagated in MDBK-cells. Several attempts had to be made to get a good
virus-titre, since most LSDV-titers obtained with MDBK-cells were in the region of
1x103-1 x 104 PFU/mI, which was too low. Very good virus-yields are obtained
with VV when propagation of the virus are done on the CAM's of eggs of
domestic hens. Therefore it was decided to try and propagate LSDV on CAM's.
However, no virus could be isolated. Few strains of capripoxvirus will grow on
the CAM of the developing chick embryo (Kitching et al., 1986). According to
Davies (1991) LSDV will grow in embryonated hens eggs, but the system is
insufficiently sensitive for primary virus isolation.

A higher titre was obtained when the virus stock, obtained by propagation
in MDBK=ells, was titrated on CFK-cells instead of MDBK-cells. This could be
attributed to a higher susceptibility of the CFK-cells to the virus. However, more
titrations on both cell-lines would be required to make a definite conclusion, since
different batches of cells can differ in their susceptibility to the virus. The focal
cytopathic changes caused by LSDV in CFK-cells tended to remain localized and
had to be searched for carefully. Plowright and Witcomb (1959) found that LSDV
grew better in LT-cells than CFK~<ells, They could usually obtain virus titres
approximately one log unit higher in testis cells than in kidney cells. According to
Plowright and Witcomb (1959) the amount of free virus was always less than the





















































































































































































































	Blank Page



