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Specimen Description 4 Liquid disinfectant “Germicide 21* Century”
Received from : Vetpharm Laboratories (S) Pte Ltd

Date received : August 2002

Report:

The disinfectant was tested according to the method in Annex B.

Please refer to the attache1 sheet for results of the virucidal activity of the disinfectant
against Aujeszky’s Disease virus and Infectious Bursal Disease virus.

Tests for virucidal activity against Infectious Bronchitis virus and Classical Swine Fever
virus are in progress.
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Test Results:
Table 1: Effects of (Germicide 21* Century on Aujeszky’s Disease Virus following
a 10 and 2{] minutes exposure at dilutions 1:20, 1:40 and 1:80

Dilution of J— A RO* :
Disinfectant 1:20 1:40 1:80 Virus Control
Expasure Virus Titre % Virus Titre Y% Virus Titre %
Time (TCIDso/25ul) | Reduction | (TCIDso/25pul) | Reduction | (TCIDsp/251]) | Reduction

10 min <10 >99.999 10°? 99.84 10%3 36.90

- 105.7
20 min <1+ >99.999 1078 99.99 10%° 80.05

* _ Toxic effect at 107 viral dilution

Table 2:

Effects of Germicide 2i* Century on Infectious Bursal Disease Virus
following 1 15 and 30 minutes exposure at dilutions 1:20, 1:40 and 1:80
Dilution of . " . .
Disinfectant 1:2( 1:40 1:80 Virus Control
Exposure Virus Titre Yo Virus Titre % Virus Titre %
Time (TCIDs¢/25pl) | Reduction | (TCIDs/25pl) | Reduction | (TCIDsy/2511) | Reduction
15 min 102 99.98 10*! 87.41 10°2 68.38
10%°
30 min 10% 99.999 10*7 94.99 10°e 60.19
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Annex B

Test substance: Germicide 21* Century, Vetpharm Lab (S) Pte Ltd
Dilution: - 1:20, 1:40, 1:80
Virus: | a) Aujeszky’s Disease virus (ADV)

b) Infeqtious Bursal Disease (IBDV)
Exposure Time: a) ADV - 10 and 20 minutes

b) IBDV — 15 and 20 minutes
Exposure Tempera'ture; Room temperature (28°C, +/- 1°C)
Culture: a) ADV - PK15 cell-line

b) IBDV — CEF primary culture

Neutralising solutioa (NS):  Sodium Thiosulfate (0.057%)

Method:

The disinfectan: was diluted to1:10 with deionised, distilled water and
sterilized by filiration through a 0.2pum filter membrane on the day of test. The
filtrate was furtaer diluted to 1:20 and 1:40.

1 ml of each of the diluted test substance was added to an equal volume of
virus. Final dilt tion of test substance: 1:20, 1:40 and 1:80.

At the end of e::ch exposure time, 0.5ml of the virus-disinfectant mixture was
added to 2ml of'the neutralising solution.

* The mixtures viere then serially diluted up to 107

Include virus (virus + NS), cytotoxicity (diluted disinfectant + NS),
neutralisation {liluted disinfectant + NS + low titre virus) and negative (virus

diluent only) ccntrols.

50ul of each of the virus dilution was added to their respective wells on a 96-

well tissue culrire microplate. An equal volume of cell suspension was added
to all wells: ' o

The plates wers incubated at 37°C, 5% CO, for 48 hours (ADV) and 4 days
dBDV). :

At the end of tlie incubation period, the cells were observed under microscope
for the presenc: of cytopathic effect.

The virus titre was calculated using the Karber’s method.
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Test substance:
Dilution:

Virus:

Exposure Time:
Exposure Temperature:

Host:

Neutralising solutiomn (NS):

Method:

CENTRAL VET LAB

Annex C

Germicide 21* Century, Vetpharm Lab (S) Pte Ltd
1:100, 1:200, 1:400

Infectious Bronchitis virus BV)

15 and 30 minutes

Room temperature (28°C, +/- 1°0)

10-day-old Specific-Pathogen-Free chicken
embryonated eggs (5 eggs per dilution per exposure
time)

Letheen broth (2x) + 0.1% Sodium Thiosulfate

The disinfectant was diluted to1 :50 with deionised, distilled water and
sterilized by filtration through a 0.2um filter membrane on the day of test. The
filtrate was further diluted to 1:100 and 1:200.

I ml of each of the diluted test substance was added to an equal volume of
virus. Final dilution of test substance: 1:100, 1:200 and 1:400.

At the end of each exposure time, 0.5ml of the virus-disinfectant mixture was
added to 2ml of the neutralising solution.

The mixtures were then serially diluted up to 10°%,

Include virus (virus + NS), cytotoxicity (diluted disinfectant + NS),
neutralisation (diluted disinfectant + NS + low titre virus) and negative (virus

diluent only) controls.

0.2ml of each of the suspension was inoculated into the eggs.
The eggs were incubated at 37°C for 4 days and candled daily to check for

embryo death.

Upon embryo death or at the end of the incubation period, the embryos were
examined for symptoms of IBV infection.

The virus titre was calculated using the Karber’s method.
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Test Results:

Table 1:

Effects of Germicide 21
following a 15 and 30 min

Century on Infectious Braonchitis Virus
utes exposure at dilutions 1:100, 1:200 and

Virus Control

(EIDso/0.2rmj)

1:400
Ei‘].‘:f?;t':; 1:100° 1:200 1:400
Exposure Virus Titre % Virus Titre % Virus Titre %
Time (EIDs¢/0.2ml) | Reduction (EIDs¢/0.2ml) | Reduction (EIDso/0.2ml) | Reduction
15 min - <10%° 299.999 <10%. >99.999 <10%* 299,999
30 min <10°° 299,999 <10%° 299.999 <10°* >99.999




