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A stable preservation method of extracellular non-occluded virion of Autographa californica nuclear
polyhedrosis virus (AcNPV) was studied. AcNPVYL-1 strain infected to Spodoptera frugiperda cell line
and then the culture media were centrifuged. After centrifugation the supernatant containing extracel-
lular nonoccluded virions of the AcNPV was harvested and incubated at 4°C. Even after the extracel-
lular nonoccluded virions were incubated at 4°C for about 11 years, the infectivity and multiplication
property of the nonoccluded virions in the S. frugiperda cell line were normal. However the titers of the
nonoccluded virions in TC-100 medium measured about 11 years ago decreased from 8.9 x 107 to 3.8 x 105
pfu per mi. The AcNPV genome DNA fragment patterns from digestion with HindIIl and EcoRI res-

triction endonucleases did not change. The AcNPV nonoccluded virions were stable at 4°C in the cul-
tured medium of more than 10 years and the preservation of AcNPV nonoccluded virions at 4°C is easy

and useful for handling.

Viruses are usually preserved at —70°C to —90°C
in deep freezers or in liquid nitrogen (1). The tech-
niques require very expensive instrument with auxil-
liary tools and buffers, also the stability and infectivity
of the viruses are decreased very soon. When nuclear
polyhedrosis viruses infected host cell lines, viral DNA
replication occurs in the nuclei of invertebrate cells,
and extracellular nonoccluded virions (NOV) bud out
to the culture media (2-6, 10} and bundled nucleocap-
sids are occluded in polyhedral inclusion bodies (2-6).
NOVs are responsible for the spread or infection from
cell to cell via the invertebrate hemolymph in vivo of
in cell culture media (2, 7-12). Therefore, it is neces-
sary to study safe and easy preservation techniques of
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Table 1. Titration of extracellular nonoccluded virions
of Autographa californica nuclear polyhedrosis virus

Titers of AcNPV NOVs
by plaque assay®

Titration period

11 years ago 8.9 % 107 pfu/mi"

11 years later 3.8x 105 pfuml

“Lee and Miller (1978).

the extracellular NOVs.

Autographa californica nuclear polyhedrosis virus
L-1 strain was multiplied in Spodoptera frugiperda cell
line (13) and then the infected cells were pelleted. The
extracellular NOVs of A. californica nuclear poly-
hedrosis virus in the supernatant cultured TC-100
medium (11) were incubated at 4°C for about 11 years.
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Fig. 1. HindlIIl (lane H) and EcoRI (lane E) restriction
fragment patterns of Autographa californica nuclear
polyhedrosis virus genome DNA.

Recently the infection and titration of the NOVs of
the A. californica nuclear polyhedrosis virus was car-
ried out by the procedure of Lee and Miller (10). The
infectivity and multiplication of the NOVs in the S.
Sfrugiperda cell line were normal, however the titers of
the NOVs decreased from the 8.9 107 to 3.8 x 105
pfu per m/ (Table 1). Also the restriction patterns of
the genome DNA was prepared by the Lee and Miller
method (10}; however, they were the same to the form-
er results of Lee and Miller (10). The results indicate
that the nonoccluded virions of AcNPYV are stable at
4°C in the cultured medium for over 10 vears and the
preservation of AcNPV NOVs at 4°C is easy and use-
ful for handling.
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