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A new overlay in virological work for animal viruses

Virus assay by plaque method is a basic  pure chemicals. The overlay ingredi-  the virus. Various overlay materials
need in virus laboratories. The virus  ents/chemicals should not be toxic ei- such as agar, agarose, carboxymethyl
assay system by plague method needs ther to the host system or inhibitory to  cellulose, methocil and paraffin oil are
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Figure 1. Japancse encephalitis (JE) virus plaques in PS cells under sago overlay showing plaques in different virus dilu-

tions. Control wells without virus.

used extensively. Nene et al’s article
provided the inspiration for the present
study'. Sago was purchased from local
market and was used as an overlay on
the cells. The sago was powdered in the
grinder and stored in a cool and dry place.
7 g of the sago powder was suspended in
distilled water and the suspension was
mixed on magnetic stirrer for 15 min. This
suspension was sterilized by autoclaving
10 1bs/10 min and stored at +4°C. Vero
cell monolayers were grown in 24 well
plates (Linbro), infected with different
viruses like Chandipura, Chikungunya,
Japanese encephalitis, polio, etc. and ad-
sorbed for 30 min at 37°C. The plates were
washed with medium and one ml of the
overlay was added. The overlay com-
position was as follows:

(i) Sterile sago 7% in distilled water,
50%, (ii) Sterile 2X MEM, 50%; (iii}
FCS, 2%.

The plates were incubated in 5% CO,
atmosphere for appropriate time and the
overlay was removed by pouring it in a
discarding pan. The wells were rinsed
with normal saline and fixed in formal
saline for 30 min; after fixation the
wells were washed with tap water and
stained with 0.1% crystal violet for 30
min and the plates were washed with tap
water,

The plaques of these viruses were
clear (Figure 1) and there was no inhibi-
tory effect of sago on plaque formation.
The only drawback in this overlay was
that, it is not as transparent as agar or
agarose, however, the cost effectiveness
and routine Plaque Reduction Neutrali-
zation Test (PRNT) work in virology
can be done at low cost. Another advan-
tage is that, this overlay does not re-
quire heat to melt, so that many thermo-
labile viruses can be easily handled

without any loss. Qur study corrobo-
rates the views expressed by Nene er al.
regarding the cost effectiveness and
other beneficial qualities of sago
(tapioca).
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