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Experiments were carried out to isolate a varicella-zoster virus (VZV) strain
stable in a cell-free suspension using freezing-thawing treatment. The results
obtained were as follows;

1) Human embryo fibroblasts, in which VZV of M strain was propagated,
were frozen-thawed at —75°C twice and used as the inoculum. In this way,
successive 8 time-passages were repeated and consequently a virus strain stable
against freezing-thawing treatment was obtained. Maximum infectivity of the
virus was 6X10°FFU/ml. This virus strain, termed MF strain, was confirmed
as VZV by examinations of its typical cytopathogenicity, characteristic morphology
of the intranuclear inclusions and serological tests, such as fluorescent antibody
staining and neutralization tests.

2) A factor stabilizing the infectivity of MF virus against freezing-thawing

treatment was newly discovered. This factor, sensitive to trypsin, seemed to
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be produced in VZV infected cells and released into the culture medium.

These results strongly suggested that two factors, stability of MF virus itself

and the factor from the infected cells, were required for maintenance of virus

infectivity in the suspension.
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Fig. 1.

strain of varicella-zoster virus at 96 hr.
Characteristic intranuclear inclusions are

staining).

Human embryo fibroblasts (HEF) infected w1th MF

(Giemsa

seen in many cells (arrows).
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Fig. 2. Human embryo fibroblasts infected with MF strain
of varicella-zoster virus at 72 hr (Fluorescent antibody
staining). The specific fluorescence is visible in many
cells forming foci.

T AR X B &R B 1k 60FFU/ml
DY A NAHKH E ftch’, VZV B3 M
I 9 HREIZE LT focus iz {HHI SR
P, VA A ATFEEC RN SRR A 5.
F7oWOEHUAEEIC X - T focus JERCHINIE (& Yy
%3 H) W RRAOE Bl S o (Fig. 2).
D EDfERNB ME v A L2k VZV TH5H
CEMHEER X e, HS-IF w4 L & B fE 4
izl v A A BEEI A B HS-1 wa Lz
2 MF wA LRI BTEDB NI EEHUD
focus ko CPE ¥ X O BERE AL S 1
o, ShBOAFRNE HS-IF w1 L2, VZV
LHEIND.

MF w7 A L A% X OV HS-1F w7 A L 29 5 %
IZHRE IR L CERENOEREY 1 L 2 X
D RIETH DD H D 1o DIk D FEhia
Tleotz. M & MF v A2 X 0OVHS-1 &
HS-1F & A v 2 DEYufiliz = H 2 CHMEL, ©
T X » THE BRI E T2 h 21T
St 1TRRE RV T v W ie A S
L, BTSN D Z A L. ThZt
NoO7 A VAR HEH LAE Y — Mc g LT
HTE L7z focus £ 6 BEG Il I L.

fiEA Tablel /4. V) 7o v WEED
MY AL AL MFE & 14 02 O RGliHH B 5
Dy X ST Y A L ARSI R IZITE Lo
STl b B, HEERE L/ M & MF
VAN ADEYANTIT B EDOENED b .
T Mt 541 FEU/ml % 75 L= O @ %

Table 1. Effects of freezing-thawing on
the titer of varicella-zoster virus
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