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SUMMARY

This study was designed to evaluate the virucidal properties of a disinfectant product,
Mega Bac TM pure oil, against Human Influenza Virus Type A. The product was
testeduangl%wnhtwoomama,tmandsxtymnesmdfmnﬂmmbgm
reductions of 4.4 and 5.1 respectively.
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INTRODUCTION

OBJECTIVE

Todaamhewhethqﬂ:epmdm,MegaBaqatl%,exhibitsvhuddalpmpaﬁes
againstlnﬁumV'mTypeAinasmﬁcecarﬁam

MATERIALS AND METHODS

aﬂﬂm:cﬂmdwaspodedtoibrmawm'kingseedvimspoolﬂnswasd:eckedﬁor
Mﬂhy,dispmsedhnoapproxl.SmLaﬁq\mmdﬁominﬁqddniubgenunﬁlm
B. TEST PRODUCT

OneoontainqofprodlmwumppﬁedhbenedMBGABAClMPmOﬂ,Novm
Smpleswuereceivedonwlllzom.l'heamplewasdgnedthehboramay
rﬁmmm9foriniﬁdmagainstlnﬂthVmatbwu
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C. EXPERIMENTAL DESIGN

The design may be summarized as consisting of application and drying of test virus
onto an inanimate surface, followed by standardized application of the test product.
Anymvivhgvh'usinteuoreomolcmdiﬁomwuamyedusingenixymntedhm
eggs and the production of viral haemaggiutinin in the allantoic fluid detected by the
use of chicken red blood cells. This design is based upon ASTM E1053 - 97

D. REAGENTS AND SUPPLIERS

1. PboWBuﬂ‘«edSalme(PBS)wasusedforntmungmsmspmons It was
wppﬁedaspm-ﬁannlatedtabletsbyOmidAnsmﬁaPtyhdmdmdeupasper
. : -
2. Medium 199 was supplied by JRH Biosciences Ltd. as single strength, ready to
use

3. Foetal Bovine Serum was supplied by JRH Biosciences Ltd.

4, CﬁckenRedBloodCeﬂswuemppﬁedbyﬂnmivuﬁtyofSydncyasasepﬁmﬂy
collected chicken blood in Alsever’s Solution. They were washed three times in
PBS and adjusted to 0.8% v/v before use.

5. DMSO was supplied by MERCK.

Nine-day embryonated hens eggs were obtained from Inghams Enterprises Casula
Hatchery and transported to AMS Laboratories where they were placed in a 37°C
incubator. Eggs were candled to remove any dead or malformed embryos. Suitable
eggs had their air-space marked and an inoculation point to avoid the embryo. Marked
eggs were placed in egg trays with air-space uppermost and returned to the incubator.

Prior to inoculation, the eggs were swabbed with 70% ethanol and drilled at the
inoculation point with an egg drill. The drilled eggs were again swabbed with 70%
ethanol and marked ready for use before returning to the incubator.

Eggs were inoculated at 9 days of development.

F. VIRUCIDAL ASSAY

1: OJmLofvhunockwuspuadovuthebottomofstaﬂeglaspeﬁpm
covering an area of approximately 28 cm®. Plates were then air dried in a Class II
biohazard cabinet for 20 minutes at ambient room temperature. One plate was left
untreated as a toxicity control.

& T&Mwappﬁedmtbeplatuﬁ)rtheddmedexpomﬁm%
plate was left untreated as a dried virus recovery control. Product was allowed to
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xuawuhthevnusforﬂnedeugmtedconmumesatambuanromntanperm
Indissmdy,contacttimesofwmimnesandlhwrwereused.

< 5 Atﬂ:edeu'gnatedoontwtﬁmetherewﬁonwustoppedbyaddiﬁonofMedim
l%pﬂlO%vNFomlethmmandhnmecﬁndyﬁmherdiknedIO-foldh
PBS. 'I'heaewaetakmale‘zandIO'adihﬁousreapecﬁvdy.

4, Fmﬂal&ﬁndih:ﬁommthenmdebymmﬁmingoszofud:dihﬁonto

plate (+).

8. Prmofhmgghnhnﬁmﬁgbermme 1:32 dilution was taken as evidence
ofvirmrepﬁesﬁoninﬂ\ehostandrecmdedaccordingly.

9. MrucdommusedmdetuninetheEmwlnfecﬁveDom(Eﬂ)n)ﬁ)r
thediﬂiuuttrmmbythemethodofkeedandmm
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2.. Toxicity. Test substance treated plates were “re-suspended” with Medium 199
dﬂmdinﬂnsamemamnrasvhmuwedgmupstommineformixyomﬁchy
of the product after maximum contact time.

3. Product neutralization. Nmﬁzedprodwtwasmoaﬂmdwnhappmmdy
IOOEID,oofvimstodemomwadequatepmdwtnannﬁnﬁonaﬂle
conclusion of the contact times.

4. Host. Eveﬁ:ﬂypmparedeggsmleﬁmuwed(noinoaﬂaﬁon)tomthe
gmalhahhoftheembryosthmginnthemaypaiod Five embryos were
moaxlmdw:ﬂlDMSOaloneAnotherﬁveembryocwu'emoaﬂmdwnhMl%

5. Haemagglutination. Control uninoculated eggs were assayed for presence of non-
spedﬁchaamgghxﬁnaﬁonandmdbloodoeﬂsmaetupwithPBSalmeto
demonstrate proper button formation.

- RESULTS
The untreated FM / 1/ 47 virus control had a logy, titre of 7.5 (Table 1).

lbvhurmhﬁagaﬁqlomwmesoomﬁmesmbgmll and 2.4
respectively (Tables 2 and 3). The limit of sensitivity of the assay was a logy titre of
1.5 (Table 5). Therefore the logy, reductions in the virus titre treated with 1% of the
MnIOandGOMOmmﬁmmmﬂnn4.4and5.l(rable4).

E AUl embryos inoculated with low fitres of virus (10° dilution) after
Theﬁveminoaxhtedhostanbxyosramhndvhbleandheahhydmingﬂnoomseof
the experiment (Table 7).

ThewuhedO.S%chickanredbloodceﬂssudedmdﬁxmdnmmlWinﬂn
absence of virus.
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TABLE1 INFLUENZA A DRIED VIRUS CONTROL RESULTS.

Virus Number Individual Responses

Dilution Inoculated (see Note 1)
: 10* 5 + - B + -
£ | 10° 5 - + + + -+
-1 10° 5 B - B - -
2 {5 5 B - - - 0
< 10" 5 + 0 0 0 0
-~ | Total hosts: 25

:'..,*"Nete1:+winfeetedhostsdmsu'atedbylnemaggmﬁmﬁon

0 represents uninfected hosts showing no haemagglutination.
Calculated virus titre = 10"
TA:BLEZ RESULTS FOR INFLUENZA A VIRUS TREATED WITH
" 1% PRODUCT FOR 10 MINUTES
-~ | Virus Contact time 10 MINUTES
- | Dilution No.
107 10 + Jojloj+l+]+]l+]+]o0] o
10° 10 + l+l+l+l+jO]l+]+]0] +
10 5 0 0 0]0] O - - - - -

- | Total 25
- | hosts:

- Note 1: + represents infected hosts demonstrated by haemagglutination.
; 0 represents uninfected hosts showing no haemagglutination.
- not tested

Calculated virus titre = 10>
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TABLE 3 RESULTS FOR INFLUENZA A VIRUS TREATED WITH
1% PRODUCT FOR 60 MINUTES
* | Dilution No.
10” 10 + 1T+ 1T+ 0T ¥ T 20 %1 5l
10° 10 o jlo0ol 0l ool ol D l0rD
5 0 0 0 0 0 - - - - -
- Total 25
“|-hosts:

'Nmrl:+whﬁemdhomdemomnedbyhamgghxﬁmﬁon.

meinfemdhomdwwingnohmgghﬁmﬁon
- not tested
Calculated virus titre = 10**

" TABLE4  LOGy, REDUCTIONS OF VIRUS AFTER TREATMENT WITH

PRODUCT
‘Treatment Titre (logse) Reduction (logo)
Virus control 7.5 -
1% product (10 min) 3.1 44
1% product (60 min) 24 5.1
i TABLES EMBRYO-TOXICITY STUDY RESULTS
Dilution No. Individual Responses
Inoculated
 Mega Bac 1% 5 0 0 0 0 0
(10%)
M199 mm alone 5 0 0 0 0 0
DMSO alone 5 0 0 0 0 0
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