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Virus inactivation test

Requester

Work Solution Co., Ltd.

Specimen

Solpat sterilizer (for testing)

Test purpose

Perform an inactivation test for the sample feline calicivirus.

Exam outline

The sample was placed in the sample by the method specified by the client, 
the sample was irradiated for a predetermined time, and the viral infectivity titer was measured.

 A sample was prepared by dropping a feline calicivirus virus suspension solution onto a plastic petri dish.

Feline calicivirus is widely used as a norovirus substitute virus that cannot be cultured in cells.
Test results

The results are shown in Table 1.

Table-1 Sample infectious titer measurement results

Test virus Classification

Feline calicivirus

Before sample irradiation

After sample irradiation

About 4 seconds

About 6 seconds

About 8 seconds

About 10 seconds

Tissue culture infection amount

Virus suspension: diluted 10-fold with purified water
<1.5: Not detected

Log of TCID50 per sample

Norovirus alternative virus



Test method

Test virus

Feline calicivirus

Cells used

CRFK cells [Dainippon Pharmaceutical Co., Ltd.]

Medium used

Cell proliferation medium

Eagle's MEM medium "Nissui" (1) [Nissui Pharmaceutical Co., Ltd.] with 10% fetal bovine serum added was used.

Cell maintenance medium

Eagle's MEM medium [Nissui] (1) with 2% fetal bovine serum added was used.

Adjustment of virus suspension

Cell culture

The cells used were monolayer-cultured in a tissue culture flask using a cell proliferation medium.

Virus inoculation

After monolayer culture, the cell proliferation medium was removed from the flask and inoculated with the test virus.

Adjustment of virus suspension

Next, the culture solution was centrifuged (3000 r / min, 10 minutes), and the obtained supernatant was diluted 10-fold 
with purified water to prepare a virus suspension.

After culturing, the morphology of the cells was observed using an inverted phase-contrast microscope, 
and it was confirmed that the cells had a morphological change (cytopathic effect).

Next, a cell maintenance medium was added, and the cells were cultured in a carbon dioxide incubator 
(CO2 concentration: 5%) at 37 ° C. ± 1 ° C. for 1 to 5 days.

Method of operation

A sample was prepared by dropping 0.1 mL of virus suspension into a plastic petri dish (diameter 60 mm).
The sample was placed in the sample by the method specified by the client, and the sample was irradiated for about 4, 6, 8 and 10 seconds.
After irradiation, the virus suspension was washed out from the sample using 1 mL of cell maintenance medium, 
and the virus infectivity titer was measured.
The virus infectivity titer was measured in the same manner for the sample not irradiated with the sample, 
and the sample was taken before the sample was irradiated.



Measurement of viral load titer

The cells used were monolayer-cultured in a microplate for tissue culture (96 holes) using a cell proliferation medium, 
and then 0.1 mL of a cell maintenance medium was added by removing the cell proliferation medium.
The sample wash was then diluted 10-fold with cell maintenance medium.
The sample wash-out solution and 0.1 mL of its diluted solution were inoculated into 4 holes at a time, 
and cultured in a carbon dioxide incubator (CO2 concentration: 5%) at 37 ° C. ± 1 ° C. for 4 to 7 days.
After culturing, observe the presence or absence of cell morphological changes (cytopathic effect) 
using an inverted phase-contrast microscope, calculate the 50% tissue culture infection amount (TCID50) 
by the Reed-Muench method, and viral infection per sample. Converted to price.
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