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Fig. 3 Effect of PLO concentration on the numbers
of VTMoV absorbed by N. e¢levelandii protoplasts
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Fig. 6 Micrograph of N. elevelandiV uninfected
protoplasts stained with unlabelled immunopero-
xidase (X250)
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Fig. 7 One-step growth course of VITMoV in N,
clevelandii protoplasts
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MULTIPLICATION OF VELVET TOBACCO MOTTLE VIRUS
ENCAPSIDATED VIRUSOID RNA IN N.
CLEVELANDII PROTOPLASTS

Wu Jianguo

Lu Wenjun

(Dcpartment of Virology, Wuhan University, Wuhan)

Tian Bo Qiu Bingsheng

(Instituse of Microbiology, Academia Sinica, Beijing)

aome optimum econditions for infec-
tion of N. clevelandii leaf protoplasts by
velvet tobaceo mottle virug (VIMoV) en-
capsidated virusoid RNA were described.
The infected virus concentrations were es-
timated by using enzyme-linked immuno-
sorbent assay (BLISA). A protoplast cell
system appropriated for the multiplication
of VTMoV was established. The one-step
growth course of virus multiplication in
protoplasts was measured.

In our experiments, optimum condi-
tions for infection of N. odlevelandii pre-
toplasts by VITMoV were 0.01 M potassium
citrate buffer at pH 5.0 containing 0.7 M
mannitol, 2 yg/ml poly-Lrornithine, Virus
inoculum was performed with concentra-
tion of 8 pg/ml, at 25°C for 10 min. Under
these conditions, every protoplast absorb-
ed 5840 virus particles. protoplasts were
eultured at 25°C, under continuous light
for 48 h, then stained with unlabelled im-

munoperoxidase. About 46.7% of protop-
lasts were infected.

The one-step growth course of VIMoV
multiphication was measured by estimating
the concentration of wvirus isolated from
protoplasts in different cultivated times.
The amounts of wvirus were dropped
0—18 hours alter inoculation,
concentration increased at 18 hours, The
logarithm growth phase after inocu-
lation ranged from 32 hours to 68 hours.
Virus increase might continue up to 105
hours, then virus concentration decreased.
The average number of virus particles
per infected protoplast was about 1.16X
10°,

Virus

Key words

Virusoid: Velvet tobaeceo moitle vi-
rus; Protoplast
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