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Our Reference M003/09/2002
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Singapore 638993
LABORATORY REPORT
Type of examination Bacteriological
Specimen description Liquid disinfectant “Germicide 21* Century”
Received from . Vetpharm Laboratories (S) Pte Ltd
Date received August 2002
Report :

The above sample was tested according to the method in Annex A

The results obtained are as follows -

Test micro-organism Initial count of Average count of Percentage of
test micro- surviving test test micro-
organism per ml | micro-organism per | organism
of test mixture mi of test mixture | inactivated

Sailmonella Enteritidis 60,000,000 0 100%4

Salmonela Typhimurium 165,000,000 25 =50 8%

Escherichia coli O157:H7 355,000 D 100% |

Actinobacillus plewropneumonioe 2,700,000 0 100%

~\
Toh Say Ling
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Anmex A

Method

Lad

The test bacterial strains used were -
Salmonella Fnteritidis phage type 4 (pouliry isolate);
Sadmonella Typhimurium {pouliry isolate);
Escherichia coli 0157 HT (cattle isolate);
Actinobacillus plewropnewmonioe (swine isolate).

The active chlorine concentration used was 40 mg/L (1:200 dilution of produet),

Duplicates of 0.1 m! of each bacterial inoculum were each added to 20 ml of diluted
disinfectant of active chlorine concentration of 40 mg/L (at least 10° cells per ml of
mixture - the initial cell count was determined). The mixture was allowed to stand for

20 runutes at room temperature (25 + 2 %)

I'ml of each mixture was transferred io 9 ml of IVE Meutralising Brath (Difeo
281910). 0.1 ml aliquot was used for bacterial count by the spread plate technigue
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Case Ref. No.: MO3/09/02
Payment no.: CVL3199

Attn: Mr Wong Mun Chia 1
Veipharm Laboratories (8 Pte Lid
Block 27, Tuas Ave 13

#01-25
Singapore 638993
LABORATORY REPORT
Type of cx:.iminntion : Virological
Specimen Description : Liquid disinfectant “Germicide 21" Century”
Received from : Vetpharm Laboratories (S) Pte Ltd
Date recejved : Aungust 2002
Report:

The disinfectant was teste] according to the meathod in Annex B,

Please refer to the attache] shect 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 Swince Fever
virus are in progress,

160902 DrLim Chee Wee
Labogatory Veteritjarian
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Teat Reaults:
Table 1: Effeets of Germicide 21% Contury ou Aujeszhy’s Disease Virus following
a 10 and 20 minutes exposure at dilutions 1:20, 1:40 and 1:80
Dijution of ; ,
Disinfectant 1:20% l40* Lo+ Virus Control
(TCIDsq/25 1)

Expasurs Wirus Tiire s Wirus Titre o Virug Titre Y
Time {TCIDgp/25ul} | Redvetion | {TOID./25ul) | Reduction (TCID25p0) | Redustion

10 min =10 299,599 1 99,84 0% 36.90

1087
20 min =10™* =99.999 e 98,00 LA 80,05

* - Toxic effect at 107 viral dilution

Tahle 2: Effects of’ Germicide 21* Century on Infectious Bursal Disease Virus
following 3 15 and 30 minutes exposure at dilutions 1:20, 1:40 and 1:80
Dilation of
Disinfectant 12t L:A0 1:kD Virus Controd
u (’TC]D;anSpl]

Exposure Virus Titre a Virug Titre W Virus Titre %4
Time (ICMy/25pl) | Reduction | (TCIDy/25ul) | Reduction | (TCIDeA2500) | Reduetion

15 min 10+ 99,98 0% 87.41 1% GR.38

1 D-S.D
30 min 1™ 59,940 1% 94.99 10 6019
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Annex B

Test substance: Germicide 21% Century, Yoipharm Lab (S) Pta Ltd
Dilation: 1220, 140, 1:80
Virus: n) Aujeszky’s Disease virus (ADV)
b) Infectious Bursal Disease (IBDV)
Exposure Time: a) ADV - 10 and 20 minutes
b} IBDV — 15 and 20 minutes
Exposure Temperature: Rooimn temperature (28°C, +/- 1'cy
Culture: al ADV - PE1S cell-line

b} IBDV = CEF primary culture

Neuwtralising solutios (N5):  Sodium Thiosulfate (0.057%%)

Method:

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

I ml of each of the diluted test substance was added {o an efqual volume of
virus. Final dilition of test substance: 1:20, 1:40 and 1:80.

At the end of erch exposure time, 0.5ml of the virus-disinfectant mixturs was
added to 2mi of the peviralising solution.

- The mixtures vere then serially diluted up {0 107,

Include virus (virus + NS), evtotoxicity (dilnted disinfectant + &),
neutralisation Clilited disinfectant + NS + low titre virus) and negative (virus
diluent only) cuntrols.

50pl of each of the vitus dilution was added to their respective wells on a 96-
well tissue cultire microplete. An equal valume of cell suspension was addad
to all wellss - :

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

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

The virus titre was calculated using the Karber's method.
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Annex C
Test substance: Geunicide 21 Century, Vetpharm Lab (8) Pte Ltd
Dilution: 1:100, 1:200, 1:400
Virus: Infectious Bronchitis virug (IR V)
Exposure Time: 15 and 30 minutes
Exposure Temperature: Room temperature (28°C, +/- I&C}
Host: 10-day-old Specific-Pathogen-Free chicken

embryonated cgps (5 eggs per dilution per exposure
fime)

Neutralising solution (NS):  Letheen broth (2x) + 0.1% Sodium Thiosufate

Method:

The disinfectant was diluted to] :30 with deionised, distilled water and
sterilized by filtration through a 0.2pm 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- [:100, 1:200 and 1:400.

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

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

Include virus (virus + NS), cytotoxicity (diluted disinfectant + N8),
neutralisation (diluted disinfectant + NS + low titre virus) and negative (virus
diluent only) controls.

0.2ml of each of the suspension was moculated into the cggs,

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.

Fhe virus titre was calculated uging the Karber’s method,
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Md44/11/02
Test Results;
Table 1: Effects of Germicide 21" Century on Infections Braonchitis Virus
following = 15 and 30 minutes €xposure at dilutions 1:100, 1:200 and
1:400
Dilution af | 1
[Disinfecmnt | 1:100 E:200 1:400 Virus Contra)
— (BIDso/0 2em))
Exposure Virus Titre W Virus Titre %o Virus Titre %
Time (EIDg/0.2ml) | Reduction (EIDs/0.2ml) | Reduction (El35,/0.2ml) | Reduction
- LS min 10" 299999 <10™ . 249.999 <10"* 209,999
' — - —_ m?.?
30 min =10%* 99,999 =10"* 299,999 r =10™ 299.909 ]




