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March 19, 2014 We would like to report the results of the tests on the above samples submitted to our center.
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Virus inactivation test

1 {& #§ F Requester
BAEH U—2 YV a—3 3 WorkSoluton Co, Ltd.

2 B K Specimen
VL% NEEIEEE (ABRJH)  Solpat sterilizer (for testing)

3 =5 EAY  Testpurpose
BEOXZAY A NARIKHTHARBLLRBEEIT,
Perform an inactivation test for the sample feline calicivirus.
4 ABEEH=E Exam outline
TIRF v I —LIZRAB YV VI NADIANAREREB T LEZb0 2R E L
. BEEREOFEICI VR ZRENICREL, ITERBREEZRBRFAIE, YA V2
ZEZzHE L,
2B, RABY UL NRT, MREEBDARARER / a VA VADREVA VAL LTIK
< = Fﬁ = ., L CW3 o A sample was prepared by dropping a feline calicivirus virus suspension solution onto a plastic petri dish.
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.
¢ Feline calicivirus is widely used as a norovirus substitute virus that cannot be cultured in cells.
5 ZEEFHFE Testresults
EHE 2711277 L7-. Theresults are shown in Table 1.

-1 B Rl E fE B Table-1 Sample infectious titer measurement results

ARy A L2 X5y log TCIDg,/ff*!
TFestvirus Classification
TR IR S i = 5.7
Before :lmph: irradiation
FI4FD [ ¢l Abqut 4 seconds
2 = 17 7 S N w1 (i n i g
Tj /{7;]1/)7 *2 ) FI6F[E 1.5 Abgut 6 seconds
‘ NS T i S o S
Feline calicivirus After sample irradiation|  #J8FD [ii] £1..5 Abput 8 seconds
FI10F0 K15 Abput 10 seconds

TCID;, : median tissue culture infectious dose, 50 %HH ks # Y&
guones | g ; Tissue culture infection amount
T A IV AFHEHR  FERK TLOEICHIR Lz b D
- . Virus suspension: diluted 10-fold with purified water
CL5: BUHHET ) 5 ot detected
*1 RABHE Y720 DOTCID; D R4 fE  Log of TCIDS0 per sample

%2 )AL ADIEET A LA Norovirus alternative virus
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A5 /535 Testmethod
RE T A LA Testvirus
Feline calicivirus F-9 ATCC VR-782(% = h Y o 74 )L R)
Feline calicivirus
{E#A  Cells used
CRPKAEAE [ K H ARBU B 4451 CRFK cells [Dainippon Pharmaceutical Co., Ltd.]

=M i'g‘ﬂﬂ Medium used
D HHRAEEFHEEZH  Cell proliferation medium
A — T NMEMIE M T = » Z A JO[H AREHRKX SN FRFRE 210 M2 b0%
FERL 7":Q Eagle's MEM medium "Nissui" (1) [Nissui Pharmaceutical Co., Ltd.] with 10% fetal bovine serum added was used.

2 HNfaHEREFE2H  Cell maintenance medium
A — 7 IMEMEH# = v 24 | O FRRFMIEZ2 S X2 b O Z MM L1,
Eagle's MEM medium [Nissui] (1) with 2% fetal bovine serum added was used.
T A )V AFBEE O FHEL  Adjustment of virus suspension
D HEADFEZE Cell culture
MR A AV, ERMEEZASEREN 7 7 2 aICEBIEE L,

The cells used were monolayer-cultured in a tissue culture flask using a cell proliferation medium.
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7 A VA DHEEFE  Virus inoculation

HEBRRICT I ATALLMISHAME 2R E, RBRYA VA BB L, KT,
MIEHERF IS L2 N 2 T37T CE1 CORMBH XA > F 2 _— & — (COHLE : 5 HNT
1~5H ﬁ;ﬁ ig% 1 7?10 After monolayer culture, the cell proliferation medium was removed from the flask and inoculated with the test virus.

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.

@ TANA FlEig D SH MY Adjustment of virus suspension

BR%, BISIAEEEMEELZ MV CHROMEZBLE L, MiacEESL GRZEMH
DRIBRI o TWDZ & 2R Lz, KT, F#EK L5058 (3000 v/min, 1045E)
L, Bohic LBRBRERRKCLOEICHRL, YA L RFilEKRE LTz,

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, the culture solution was centrifuged (3000 r / min, 10 minutes), and the obtained supernatant was diluted 10-fold
?It%ﬁ!{;ﬁ{ with purified water to prepare a virus suspension.

Method of operation
TIAF v I % —1 (¢ 60 mm) NIZ ™ A )L AFERERO. 1 LT LEboraRE e L
Too WERBREDOHIEC L VAR ZMAENIZEREL, RIEE2KM4, 6, SRO10PRBEH &
i, MR, MR oLz AV CREF 20 A L ABEREEVHL, vAL
ARGl 2 M E LT,
2B, BEKRBHOREIC SV T bR Y A L REIAG 2 RE L, BERHAL L.
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.
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7 A )L AJEYEAM O TE Measurement of viral load titer

FERRETAET A AV, AR 2 AR A~ 2 e T L — R (96R) N TCHLERE LT
%, MRFAHETEES A B & MR B H 220, 1 nLF o 2 7m, I, BBHEEW Y Uik R e
MR Z MV CIOF R AR Uz, SRV LiRR OZ O R#K0. 1 mLEZ 4212
BEL, 37T Cx1l CORBIAAL U FaX—F—(CORE :5 %NTI~THEEEL,
ER%, BAEEEREZRVCCIIROFERL GIREESDE) ofF K285 L,
Reed-Muench&(Z & ¥ 50 %HHAkESFE YL & (TCIDg) 2 H L CRENMAY =Y D v 1 L 2K
RiICHBEAE LT,

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, U\ J_
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) that's all

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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