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"' AOAC HARD SURFACE CARRIER TEST ON F10SC VETERINARY DISINFECTANT.

NON POROUS CARRIERS COATEb WITH Pseudomonas aeruginosa ATCC 15442.

' 1. DESCRIPTION OF SAMPLES.
The foIlowing three batches'of F10sC Wefe Supplied by the client:

~ F108€ batch 071 107 manufactunng date 11/2005, expiry date 11/2007
" F10SC batch 080310 manufacturing date 3/2006, expiry date 3/2008.
F10SC batch 080511 manufactunng date 5/2006 expiry date 5/2008.

2. TEST REQUES’-I‘ED A

" To determme the eﬂicacy of the product against a standard bacterial strain of Pseudomonas aerugmosa ata dllutxon
of 1/250 using the AOAC hard surface. carner test method : .

3. METHOD OF TEST.

2000 AOAC International, Official Method 991 49. Testing disinfectants against Pseudomonas aeruginosa. Hard
surface. carriet test method, First action 1991.

- Brief summery: The AOAC Use-Dilution test was done with flame polished glass cylinders coated with an exact
arnotint. of micro organism. These were dried and exposed to the use-dilution of 1/250 of the disinfectant as
-indicated by the client for a period of 10 minutes. After neutralization these carriers. were cultured to assess the
' surv1va1 of the bacteria. : »

" A single test involved the evaluation of 60 inoculated carriers (one organisi) against one batch of the product. Six
additional inoculated carriers were used for the determination of the carrier bacterial load. Another set of six
~additional carriers were prepared at the same time as extras. A total of 72 carriers were required for a single test.

1Dr Lafegan Road. éroenkloof' privaée‘ Bag X191 Pretoria 0001, Tel: +27 (012) 428-7911, Fax: +27 (01 2} 344-1568.

* This test was performed by SABS Commercncl {Pty) Ltd.
This report and the test results relate only fo the specific scmple(s) ldenhﬁed herem They do not imply SABS opproval of the quality and/or

performance of the item(s)in question and the test results do not apply to any similar item that has not been fested.
{Refer also to the compleie condmons printed on ihe back of this page.)
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- 4. MICRO ORGANISM USED AND PREPARATION OF THE CULTURE:

The test orgamsm used was Pseudomonas deruginosa: ATCC No. 15442 supplied by M1croBlolog1cs

~* Initial preparatlon of the culture

: ,'The mother culture was opened and prepared according to the AOAC method.
Gram stain reaction after-+ 18 hours incubation at 37°C on trypticase soy agar (TSA):
Small gram-negative rods. .
Colony morphology on trypticase soy agar slimy creamy colonies were observed.
Cetrimide agar base: colonies were creamy-green and a yellow—green pigment was present in the agar
Fluorescence was observed under UV llght :

U Additibnal selective media and biochemical tests used to confirm the genus and species:

API 20NE  from Blomeneux code obtamed 1-3-5-4-5-7-5, 99,9 % certainty, excellent ID as Pseudomonas-
© aeruginosa. :

*. Preparation of the culture used for the coating of the carners

At least 3 consecutlvely daily transfers were made in nutrient broth and the last 24 ‘hour old broth culture was
used to prépare a lawn on TSA plates. These were incubated for 24 + 4 hours at 37°C. The growth-on each
" plate was gently removed with a sterile swab and 10 ml sterile nutrient broth. The suspensions- from individual
plates were pooled in a sterile flask and vortexed for approxxmately 5 minutes to break up. clumps of bactenal

. cells :

The’suspension was left to stand for approximately 10 minutes at room temperature after which an aliquot was
diluted with sterile- nufrient broth to the réquired density and bactérial count according to the previously
established standard curve and coating test trial records. The suspension so diluted was used within -30 minutes
of preparation-to coat the required amount of camers for exactly 15 minutes according to the method.

The coated carriers were removed from t_he suspenslon after 15 minutes and dried on stenle filter paper for 40
minutes at 37°C (+ 2°C). Immediately thereafter 6 carriers were used for the determination of the carrier load,

using the nutrient broth and the required néutralizer for the initial recovery. Counts were done in duplicate on .
TSA-using sterile distilled water for the serial dilutions. : :

* The sponsor \fequested no additional organic soiling of the carriers.

5.CARRIERS: =~

s  Description of ca’rriefs:

Dlsposable ﬁre-pollshed borosﬂlcate glass carriers were supplied by the sponsor. Size of carriers: length 10mm
(¢ 1 mm); inside diameter 6mm (+ 1 mm) and outside diameter 8 mm (+ 1 mm). Only cylinders without visible
: cracks and flaws were used for the tests The cylmders were washed with ethanol and dlstllled water accordmg
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to. the method and autoclaved They were cooled and stored at room ternperature Carriers were used once only
and discarded after use.

. Exposure penod and transfer of carriers:

~ Each carrier was exposed to the use-dilution of the product for exactly 10 minutes.
Three sets of 20 tubes were tested individually. Each set was done with 30 second intervals between transfers.
The tubes were not swirled after adding the carriers. Transfer of carriers to disinfectant containing tubes was
w1thm + 5 seconds of the actnal time of transfer indicated.

e  Primary subculture and neutralizer: .
The same sequence of transfer was followed for subcultuﬁng. Three sets of 20 tubes were tested individually.
-Each set was done with 30 second intervals between transfer from disinfectant to primary subculture medium.

Transfer of carriers to primary subculture tubes was also within + 5 seconds of the actual time of transfer
mdlcated : ,

U Sequence_'of transfer:

. Each set of 20 tubes was.'treated as foIIOWs:
A calibrated electronic clock-timer was used in. ‘count up” mode.

Tube/carrier | Carrier: Carrier: Tube/carrier | Carrier: Carrier:
reference . | Drop time transfer time reference Drop time - transfer time
1 0 sec 10 min 11 5 min ISmin . -
2 30 sec 10 min 30 sec" 12 5min 30 sec | 15 min 30 sec
3 1I'min"  11min - 13 6 min 16 min
4 1 min30sec | 11 min30sec 14 6 min 30 sec | 16 min 30 sec
5 2 min 12 min - 15 -7 min 17 min '
6 2 min 30.sec | 12 min 30 sec 16 7min30sec | 17 min30sec -
7 3 min 13 min 17 8 min 18 min
8- ‘3 min30 sec | 13 min30 sec 18 8 min 30 sec | 18 min 30 sec
9 4 min 14 min 19 9 min 19min
10 | 4 min 30 sec | 14 min 30 sec 20 9 min 30 sec | 19 min 30 sec

6. PREPARATION OF THE PRODUCT:

"~ F108C vetennary dxsmfectant contams quatemary ammonium and bxguamdme compounds. (5 8%), non-toxic
ampholytic surfactants and sequesterants.
* Storage conditions lndlcated by the manufacmrer below 30°C in dry conditions.

e Use-dilution of product indicat'ed and' preparation thereof:

The recommended dilution of 1/250 was used for the test. A total of 4 ml of the super concentrate was diluted-
with sterile distilled water at room temperature to a total volume of 1 L using “A” grade volumetric glassware.

- This preparation was dispensed in 10 ml portions into 60 (plus a few extra) tubes and placed into a water bath at
20°C (z 0,5°C) approximately 30.minutes before the test started. Testing started once the contents of the tubes
had reached water bath temperature The dxsmfectant at use-dilution was tested w1thm less than 3 hours of
preparaixon . :
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*  Neutralizer used aud preparation thereof:

Letheen broth accordmg to the AOAC method was not used as' the primary subculture medium. The most
" suitable neutrahzer for FIOSC is the followmg and had been established during previous disinfectant trials:

‘ TSB + 3% Asolectin +20 % Tween 80-ueutrahzer.

.Preparation:

To each 100 ml of Tryptone soy broth prepared according to the manufacturer’s instructions, add 3 gram of
Asolectin and 20 gram of Tween 80. Boil ‘with constant stirring until all asolectin granules have dissolved.

Allow the mixture to cool before adjusting the pH to between 7,0 and 7,4. Dispense in the volumes required
and autoclave for 20 minutes at 121°C &2°0).

- Nutrient broth was used as the prnnary subculture medium with 0,1 mi of the above neutralizer added to, each
tube contammg 10 ml of broth. -

The following ingredients were used for the preparation of the neutralizer:

- Biolab Tryptone soy broth. (TSB), suppher Merck, batch 1027483.
ACE Tween 80 CP (polyoxyethylene sorbitan _mono-oleate) supplier Associated Chemical Enterprises, Batch
20430/6851.

: .Fluka Asolectln ﬁ'om soybean (soy lecithin) supplier Sigma Aldrich, Batch 1096966 21005050

. Conﬁrmatlon of adequate neutralization of the dlsmfectant resxdues carried over into the subculture
broth:

Four sets of four negative tubes each 'Were randomly chosen from the sixty tube'ﬁ of Batch 080511 tested.

A 24 hour culture grown on TSA plates was diluted in nutnent ‘broth.to a transmittance of 84 % T at 580 nm
" -and the organism load was estimated at approxxmately 1'x10® cfu/ml. This suspension was serially diluted and
the respective dilutions ranging from 10° fo 10® were used to inoculate each negative tube selected in a
~ specific set, as well as for the determination of the orgamsm count.of each dilution on TSA pour plates. (The
tubes were to be inoculated with the bacterial suspension to contain between 5 — 100 cells per tube.)

Tubes and plates were incubated at 37°C (= 2°C) for 48 hours. Colonies on the plates were counted to confirm
the orgamsm load. ’

' . Tubes were examined for turbidity Growth in the tubes indicated effective neutralization of the disinfectant.

The orgamsms in the tubes were transferred to the selective growth media indicated and also Gram stamed after
24 hours growth on TSA to confirm the ldentlty of the cultures. :
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First set:

Tube selected; | Initial result:- Spiked with the 24 hour culture of the test organism
(in nutrient broth with | (1 ml of a 10° dilution was added to each tube.)
1nact1vator) .| Result after 48 hours

1 Negative Positive

13 { Negative Positive

25 . Negative Positive

37 Negative Positive

 Plate count results (TSA) done in triplicate:

too numerous to count (equal to 1.ml).

Result not used, counts not ‘within limits. Too hlgh

Second set:
. Tube selected: | Initial result: : prked with the 24 hour culture of the test organism
(in nutrient broth with (1 ml of a 10°® dilution was added to each tube.)
inactivator) - Result afier 48 hours:
4 Negative Positive
9 Negative Positive
12 | Negative: Positive
18 Negatlve- P051t1ve

~ Plate count results (TSA) done in tnphcate

71, 85 and 92 cfu/plate (equal to 1 mi).

(Average of 83 w1thm the stated limits of 5 100 cells per tube)

Thlrd set:
Tube selected:- | Initial resuit: . Spiked with the 24 hour culture of the test organism
- | (in nutrient broth with | (1'ml ofa 107 dilution was added to each tube.)
mactwator) " | Result after 48 hours: .

15 Negative Positive

17 Negative Positive

2] Negative . Positive

23 | Negative Positive

Plate count results (TSA) done in triplicate: 8, 9 and 6 cfu/plate (equal to 1 ml).
" (Average of 7, 7 within the stated limits of 5-100 cells per tube)

Fourth set:
. Tube selécted: | Initial result: | Splked with the 24 hour culture of the test organism |

(in nutrient broth with | (1 ml of a 10* dilution was added to each tube.)
inactivator) Result after 48 hours: ‘

27 Negative Positive

129 Negative -| Positive
32 Negative Negative -
34. Negative Positive

- Plate count results (TSA) done i in triplicate: 1, Oand 0 cfu/plate (equal to 1 ml)
Result not used, counts not vnthm limits. Too low. v

S5of12 _
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- Confirmation of the results:
All the pOSlthe tubes were cultured on trypticase soy agar for = 24 hours at 37°C for Gram staining.
" All were small Gram negative rods résembling the mother culture.

Colony morphology on tryptlcase soy agar: sluny creamy colonies were observed

All the posmve tubes were also cuItured on cetrlmide agar base to confirm the presence Pseudomonas aeruginosa.
Colonies were creamy-green and a yellow-green pigment was present in the agar.
Fluorescence was observed under UV light.

The resuits confirmed effective germicide neutralization. -

7. MEDIA AND API 20 NE SYSTEM USED:

Description of media Supplier .Batch No:
Nutrient Broth = - Biolab 1027183
- | Cetrimide agar base Biolab . - 1022440
| Trypticase soy agar (TSA) | Biolab 1026753
API 20NE L Biomerieux ' 804699201

v Mig‘control of media:
The media was prepared and/or-autoclaved according to the manufacturers’ inslructions.
Negatlve controls of all medla used were mcubated for approximately 24 hours at 37°C (= 2°C) to verify stenhty

_ Positive controls were done using the mother culture as the reference to verify growth promotion as well as colony

characteristics, pigment production and ﬂuorescence Gram stain reactions - and biochemical reactions on the
- different selective media.

8. INCUBATION PERIOD:

Tubes were incubated for ‘48 —54.hours at 37°C (£2°C).
9. INTERPRETATION OF RESULTS: -

Each tube was shéken prior to recbrding of the results to determine the absence or presence of turbidity.

A posxtlve culture was one in which the primary subculture broth appeared turbid. Positive/turbid tubes were
subcultured on TSA and- cetrimide agar base. Confirmation was done using Gram stain reactions, cell morphology
and reactions on cetrimide agar base (yellow-green to blue-green pigment production and fluorescence under UV
light). Additional confirmation was done w1th the API ZONE identification system

A negative result was one in whlch the primary subculture broth appeared clear. A spec:ﬁc number of negatlve tubes
(10% of the total) were also used for spiking to prove the efficacy of the neutralizer used.

Performance standard: Not more than 2 posmvc carriers out of every sixty tested.
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10. RESULTS:

7 of 12

10. 1 Efficacy of F10SC veterlnary disinfectant Batch 07 1107 against Pseudomonas aerugmosa ATCC 15442 on

non porous hard surface carriers.

‘Description of sample: F10SC Veterinary disinfectant -
Batch tested and expiry date: # 071107

Recommended dilution: | 1/250

Recommended . exposure time: 10 minutes

Media used for primary subculture

10 ml Nutrient broth + inactivator

Inactlvator used:

Tryptone Soy Broth containing 3% asolectin and20-%
Tween 80

Volume of inactivator added to 10 ml media -

Positive tubes confirmed:

0,1 ml

Preparation of carriers:

a) % T of suspension at 580 nm - a)96,9%T
_b) drying time b) 40 minutes .-
Temperature at which test was conducted: Start:  19,5°C End: 20°C
Incubation temperature: 37°C (& 2°C) for 48-54 hours
.Date tested: Start: 1/12/2006 End: 3/12/2006
Final result:

2/60

" Deterniination of carrier load':.T_QtaI' counts done on 6. randonﬂy chosen carriers: (labelled A to F)

Carrier Individual results on duplicaie plates: | Average result for
reference: ~ | dilutions 10™ dilutions 10° Pseudomonas aeruginosa: ,
o ‘ | (limits ‘1 - 5 x 10° organisms per carrier)
A ~ 1306 x10% 27 x 10°
: © 1316x 10* 24% 10° 2,83 x 10°
B 252x 10° 31x 10° -
: 266 x 10° 28x 10° 2,77 x 10°-
c 250 x 107 40x 10° T
‘ 226 x 10* 31x 10° 2,97 x 10°
D 206 x 107 - 32x 10°
' 232x10*° 23 x.10° 1247x10°
E 188x 10 - 118x10° .
184 x 10* 25x10° 2,01 x 10°
AF 324 x10° 36 x 10°
’ 272x 10* 36 x 10> 3,29 x 10°

" Average count per carrier: 2,72 x 10° cfu/carri_er;
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AOAC Use-dilution test result sheet for: F10SC # 071107

Tubes with positive growth (turbidity) highlighted .

112

8 (4[5 16 [7

8§ |9 110

11-112

1314|1516 | 17

18 [ 19 | 20

21122

2312412512627

28 129 {30

31132

331341353637

38139 (40|

41 142

43 | 44 46 | 47

48149 | 50

51152

o
53|54 ]|55]56] 57

58159 |60

Positive tube confirmation: F10SC # 071107

Gram stain after 24

Additional identification done on culfure:

Tube
number | Hours (TSA) (incubation period approximately 24 hours at 37°C) -
-3 Small Gram negative | Cetrimide agar base: Colonies were creamy-green with yellow-green
1 rods | pigment present in the agar. Fluorescence was observed under UV light.
API20 NE: code 1-3-5-4-5-7-5 (excellent ID, 99,9% certainty.
. -Ydentified as Pseudomonas aeruginosa D done 5/12/2006)
- 45 Small Gram negative | Cetrimide agar base: Colonies were creamy-green with yellow-green

rods

pigment present in the agar. Fluorescence was observed under UV light.

"API20NE: code 1-3-5-4-5-7-5 (excellent ID, 99,9% certainty.

Identified as Pseudomonas aeruginosa 1D done 5/12/2006)

CONCLUSION: For F10SC # 071107: .2Aout-of a total of 60 tested were confirmed as Pseudomonas aerugirosa..
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10.2 Efficacy of F10SC vetermary disinfectant Batch 080310 agamst Pseudomonas aeruginosa ATCC 15442 on

non porous hard surface carriers.

90of12

Description of samplé:

F10SC Veterinary disinfectant

Batch tested and expiry date:

# 080310

Recommended dilution; 1/250
Recommended exposure time: 10 minutes

Media used for prlmary subculture:

10 ml Nutrient broth + inactivator

Inactivator used:

Tryptone Soy Broth containing 3% asolectin and 20 %
Tween 80 .

Volume of inactivator added fo 10 ml media

0,1 ml

Preparation of carriers: o
" a) % T of suspension at 580 nm a)952%T

| b) drying time ' b) 40 minutes :

| Temperature at which test was conducted Start: 20,5 °C End: 20,5 °C
‘Incubation temperature: 37°C (22°C) for 48-54 hours

Date tested: Start: 24/11/2006 End: 26/11/2006

Final result: !
‘ Posmve tubes conﬁrmed 2/60

Determination of carrier load: Total counts done on 6 randomly chosen carriers: (Iaoelled AtoF)

| Carrier . Individual results on duplicate plates:

Average result for
-reference: | dilutions 107 dilutions 10” Pseudomonas aeruginosa:
’ o ' (limits 1-5 x 10° organisms per carrier)
A 221 x10* 22x 10°
' 219%x10* 24x 10° - |225x10°
B 181 x10% - 17x 10° -
218 x10*" 21 x 10° 1,95 x 10°
ic. 189x10T 15x 10° .
: 196 x 10* 2x 10° 1,89 x 10°
D 161 x 10% 11x 10°
. 164x10* 18 x 10° 1,54 x 10°
E 171x10° . [ 42x10°
320x10° = |33x10° 3,10 x 10°
F 282x10° | 30x10°
: 280 x 10° 24 x 10° 2,76 x 10°

" Average count per carrier: 2,25 x 1_()6 cfu/carrier.
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AOAC Use-dilution test result sheet for: F10SC # 080310

Tubes with positive growth (turbidity) highlighted .

1 12

3 14 |5 (6 |7

8§ [5 |10

11 { 12

#3114 (15116 |17

18 | 19120

21|22

23124 [25] 26|27

28.]1 29| 30 |

31132

33 |34 (353637

38 13940

41 | 42

43 | 44 [ 45 | 46 | 47

48 |1 49 | 50

51152

53 |54 |55]|56] 57

38159 | 60

 Positive tube confirmation: F10SC # 080310

Gra.mb sfain after 24

- Tube _ |- Additional identification done on culture:
number Hours (TSA) (incubation period approximately 24 hours at 37°C)
13 Small Gram negative | Cetrimide agar base: Colonies were creamy-green with yellow-green
' rods Lo pigment present in the agar. Fluorescence was observed under UV light.
API20 NE: code 1-3-5-4-5-7-5 (excellent ID, 99,9% certainty.
' Identified as Pseudomonas aeruginosa ID done 29/11/2006)
34 Small Gram negative | Cetrimide agar base: Colonies ‘were creamy-green with yellow-green

rods

pigment present in the agar. Fluorescence was observed under UV light.

API20 NE: code 1-3-5-4-5-7-5 (excellent ID, 99,9% certainty.
Identified as Pseudomonas aeruginosa  ID done 29/11/2006)

CONCLUSION: For F10SC # 080310 : 2 out of a total of 60 tested were confirmed as Pseudomonas aeruginosa..
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103, Efﬁcacy of F10SC veterinary, dlsmfectant Batch 080511 against Pseudomonas aeruginosa ATCC 15442 on

non porous hard surface carriers.

Descnptlon of sample:.

F10SC Veterinary disinfectant A

Batch tested and explry ‘date:

# 080511
' Recommended dilution: 1/250
Recommended exposure time:’ 10 minutes

Media used for primary subculture

10 ml Nuirient broth + inactivator

Inactlvator used:

Tryptone Soy Broth contalmng 3% asolectin and 20 %-
Tween 80

Volume of inactivator added to 10 ml medla

0,1 ml
- Preparation of carriers: ;
a) % T of suspension at 580 nm 2)929%T

b) drying time b) 40 minutes

Temperature at which test was conducted Start: 20°C . End: 20°C

Incubation temperature: 37°C (% 2°C) for 48-54 hours

-{ Date tested: Start: 21/11/2006 End: 23/11/2006

_Final result: ‘

2/60

Positive tubes confirmed:

.D',etermination of carrier load: Total counfs done on 6 randomly chosen carriers: (labelled A to F)

Carrier Individual results on duplicate plates:

Average result for
reference: dilutions 107 dilutions 107 Pseudomonas aeruginosa:
" » (limits 1-5 x 10° organisms per carrier)
A 390 x10* . 10x 10°
324x10* 13x 10° 2,36 x 10°
B 196x10% | |20x 10°
o 344 x 10* 18x 10° 230x10°
C 248 x 10° 13x 10°
L 260 x 10* 17x 10° - 2,02 x 10°
1D 372 x10% 24x 10° v
376 x 10* 23 x 10° 3,05 x 10°
E 154 x 10% - 14x10°
218 x 10* 13x 10° 1,61 x 10°
F 222x 107 15x10°. -
178x104 14x% 10° 1,73x 10°

Average count pér carrier: 2,18 x 10° cfu/carrler
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- AOAC Use-dilution test result sheet for: F10SC # 080511

Tubes with positive growth (turbidity) highlighted .

1 12 (3. 141516 1Z {819 [10

111121131141 15|16{ 171181920

21122123124 12512627 [28{29]30

31132133 |34{35/36)37[38{39]|40]

41 (42 143 (4445146 4748|4950

5152053 |54 | 88|56 57]58]59]60

Positive tube coﬁﬁrma‘tion: FIOSC # _080511

Tube’ Gram stain after 24 = | Additional identification done on culture:

number | Hours (TSA) - | (incubation period approximately 24 hours at 37°C)
7 Small Gram negatlve Cetrimide agar base: Colonies were creamy-green with yellow-green
rods - pigment present in the agar. Fluorescence was observed under UV light.

API 20 NE: code 1-3-5-4-5-7-5 {excellent ID, 99,9% certainty.
‘Identified as Pseudomonas aeruginosa 1D done 29/11/2006)

55 ‘| Small Gram negative | Cetrimide agar base: Colonies were creamy-green with yellow—gfeen»
rods- . pigment present in the agar. Fluorescence was observed under UV light.

- API20 NE: code 1-3-5-4-5-7-5 {excellent ID, 99,9% certainty.
Identified as Pseudomonas aeruginosa  ID done 29/11/2006) -

' CONCLUSION: For F10SC # 080511: 2 out of a total of 60 tested were confirmed as Pseudomonas aeruginosa.

11. DISCUSSION

FIOSC vetermary dlsmfectant when tested in accordance with 2000 AOAC Intematlonal OfﬁCIal Method 991.49

* . was effective against Pseudomonas aeruginosa ATCC 15442 in a contact time of 10 minutes.

s /\%ﬂ‘”

E.LLO . -RAROOS
MICROBIOLOGY DEPARTMENT MANAGER MICROBIOLOGY

Fax no. (011) 474 1670

Conﬁdentlallty Notice:

This message is mtended only for the use of the individual or entity to which it is addressed and in terms of Section 32 of the Standards Act, 1993,
it contains information that is strictly confidential. If the reader of this message is not the recipient, or the employee or agent responsible for
delivering this message to the intended recipient, you are hereby notified that any disclosure, distribution, copying or the taking of any action in
reliance on the contents of this communication, is’ strictly prohibited. If you have recexved this commumcanon in .error, please notify us
immediately by telephone to arrange for the return of ‘the documents to-us.

This report relates only to the specific sample(s) tested as identified herein. It does not 1mply SABS approval of the
quality and/or performance of the item(s)- in question and the test results do not apply to any similar item that has not
" been tested. (Refer also to the complete conditions printed on the back of official test reports.)
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* AOAC HARD SURFACE CARRIER TEST ON F10SC VETERINARY DISINFECTANT.

- . NONPOROUS' CARRIERS'COATED.WITH Salmonella choleraesuis ATCC 10708.

1. DESCRIPTION OF SAMPLES
The followmg three batches of F10SC were supphed by the client:

) F10SC baich 07 1107 manufactunng date 11/2005 expiry date 11/2007.
“ F10SC batch 080310 ‘manufacturing date 3/2006, explry date 3/2008.
F108C batch 080511 manufacturing date 5/2006, expiry date:5/2008. -

~ 2. TEST REQUESTED.

To deterinine the efﬁcacy of the. product against a standard bacterial strain of Salmonella choleraesms at a dilution
of 1/25 0 using the AOAC hard surface carrier test method

3. METHOD OF TEST.

2000 AOAC Internatlonal Ofﬁmal Method. 991.47. Testing disinfectants against Salmonella choleraesuis. Hard
surface carrier test method, Fxrst action 1991.

Bnef summery The AOAC Use-Dllutlon test was done with flame pohshed glass cyhndcrs coated w1th an exact
- . amount of micro organism. These were dried and exposed to. the use-dilution ‘of 1/250 of the disinfectant as

indicated by the. client for a perlod of 10 mlnutes After neutralization these carriers were cultured to assess the

survival of the bactena '

A single test involyed the evaluation of 60 inoculated carriers (one organism) against one batch of the prdduct. Six
additional inoculated carriers. were used for. the -determi'nat_ion of the carrier bacterial load. Another set of six
additional carriers were prepared at the same time as extras. A total of 72 carriers were required for a single test.

1 Dr l.ulegcm Road Groenkloof, Private Bag X191 Pretorlu 0001 Tel' +27 (01 2) -428-7911, Fax: +27 (01 2) 344-1568.

Thls test was perFormed by SABS Commercial (Piy) L1d. -
* This report and the fest resulis relate only to the specific scmple(s) identified herein. They do not imply SABS approval of the quahfy ond/or
performance of the item|s) in question and. the fest results do not apply to any snmllar item that has not been tested.
{Refer also to the complete conditions printed on the back of this page:) .
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4. MICRO ORGANISM USED AND PREPARATION OF THE CULTURE:

The test organism used was Salmonella éholeraesuis ATCC No. 10708 supplied by MicroBiologics.

e Initial -preparatiOn of the culture

Thie mother culture was opened and prepared according to the AOAC method.
Gram stain reaction after + 18 hours mcubatlon at 37°C on trypticase soy agar (TSA)
Small gram-negative rods.
- Colony morphology on trypticase soy agar: ﬂat, round and opaque colonies were observed.

e. " -Additional selective media and biochemical tests used to confirm the genus and species:

~ " Brilliant Green modlﬁed agar: The colour of the media changed from orange-pink to red colonies were pink to
_ translucent.

XLD (xylose. lysine deoxycholate) agar: rnedla did not change colour but stayed red colomes were reddish
pinkish, transparent. No black cores.
MacConkey’s agar: The colour of the media. changed from light pink to a clear light peach colour. Colonies
resembled the colour of the media.
Api- 20E from Biomerieux: code obtained 4-3-0-4-5 -5-0 Good identification as Salmonella choleraesms 66,2 %
certainty. .

] Preparahon of the culture used for the coating of the carriers:

At least 3 consecutwely daily transfers were made in synthetlc broth and the last 24 hour old broth culture was
used to prepare a Jawn on TSA plates. These were incubated for 24 + 4 hours at 37°C. The growth on each
plate was gently removed with a sterile swab-and 10 ml sterile synthetic broth. The suspensxons from individual
plates were pooled ina sterlle flask and vortexed to break up clumps of bacterial cells.

The. suspenswn was left to stand.for. approximately 10 minutes at room- ternperature after which an-aliquot was

- diluted with.sterile  synthetic broth to the required density and bacterial count according to the previously
established standard curve and coating test trial records. The suspension so diluted was used within 30 minutes-
of preparatlon to coat the required amount of carriers for exactly 15 minutes accordmg to the method.

. The coated carriers were removed from the suspensxon after 15 minutes and dried on sterile ﬁ]ter paper for 40
“minutes at 37°C (x 2°C). Immediately thereafier 6 carriers were used for the determination of the carrier load, -
using the synthetic broth and the required neutralizer for the initial recovery. Counts were done in duplicate on
TSA using sterile dxstllled water for the serial dllutlons

The sponsor requested no‘additional organic soiling of the carriers.

5. CARRIERS:

‘s Description of carriers:

Disposable ﬁre-p‘oliéhéd-,borosilicate' glass carriers were supplied by the sponsor. Size of carriers: length 10mm
(+ 1 mm); inside diameter 6mm (= 1 mm) and outside diameter 8 mm (+ 1 mm). Only cylinders without visible
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cracks and ﬂaws were ‘used for the tests The cylinders were washed with ethanol and distilled water according
to the method and autoclaved. They were cooled and stored at room temperature. Carriers were.used once only
and discarded aﬁer use. :

. Exposure period and transfer of car'rie'rs:

Fach carrier was exposed to the use-d11ut1on of the product for exactly 10 minutes.
‘Three sets of 20 tubes were tested individually. Each set was done with 30 second intervals between transfers.
. The tubes.were not swirled after adding the carriers. Transfer of camers to disinfectant containing tubes was
- within + 5 seconds of the actual time of transfer indicated. :

. anary subculture and neutralizer:
The same sequence of transfer was. followed for‘subeulturing. Three séts of 20 tubes were tested 'individua]ly.
Each set was done with 30 second intervals between transfer from disinfectant to. primary subculture medium.

Transfer of cartiers to prrmary subculture tubes was also within + 5 seconds of the actual time of transfer
indicated. '

. Sequeuce- of transfer:

Each set of 20 tubes was treated as follows:
A calibrated electronic clock-timer was.used in ‘count up” mode.

Tube/carrier | Carrier: Carrier: Tube/carrier | Carrier: Carrier:

.reference - | Drop.time transfer time reference | Drop time transfer time

1 0 sec 10 min - 111 ‘5 min 15-min

2. 30 sec 10 min 30 sec 12 5min 30 sec | 15 min 30 sec
13 1 min 11min 13 6 min 16 min

4- 1 min 30 sec | 11 min 30 sec . 14 6 min 30 sec 16 min 30 sec

5 2 min. 12 min ' 15 ~7min " | 17min

6 "2 min 30 sec | 12 min 30 sec 16 7min 30 sec | 17 min 30 sec

7 3 min 13 min 117 8 min 18 min-

8 4 3min 30 sec | 13 min 30 sec 18 8 min 30 sec .| 18 min 30 sec

9 4 min 14 min 19 | 9min --19 min

10 4 min 30 sec. |- 14 min 30.sec 20 | 9min30sec | 19 min 30 sec

6. PREPARATION OF THE PRODUCT

FIOSC vetermary dxsmfectant contains quaternary ammoxuum and -biguanidine compounds (5,8%), non-toxrc
ampholytic surfactants and sequesterants.
Storage condmons indicated by the manufacturer below 30°C in dry conditions.

e Use-di-lution of product indieated ‘and preparation thereof:

The recommended dilution of 1/250 was used for the test. A total of 4 ml of the super concentrate was diluted
with sterile drstrlled water -at room temperature to a total volume of 1 L using . “A” grade volumetric glassware.
This preparation was dispensed in 10 ml portions into 60 (plus a few extra) tubes and placed into a water bath at
20°C (x 0,5°C) approximately 30 minutes before the test started. Testing started once the contents of the tubes
‘had reached water- bath temperature. The disinfectant at use-dilution was tested within less than 3 hours of
. preparamon :
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 First set:
Tube selected: | Initial result: Spiked with the’24 hour broth culture of the test organism |
' (in synthetic broth with | (1 ml ofa 1078 dilution was added to each tube )
.inactivator) Result after 48 hours:
3 .Negative Positive
6 Negative - . Positive
1 10 '| Negative Positive
15 Negative Positive
20 - Negative Positive
36 Negative Positive

Plate count results (TSA) done n tnphcate 8,7 and 16 cfu/plate (equal tol ml)
(Average of 10;3 within the stated limits of 5-100 cells per tube)

Secgnd set:
Tube selected: | Initial result: -| Spiked with the 24 hour broth culture of the test organism
"|(in synthetic broth w1th (I mlofa 10? dilution was added to each tube.)
: inactivator) Result after 48 hours:
‘12 Negative - Positive
22 _Negative . Positive
126 Negative . -| Positive
35 ‘Negative Positive
38 - Negative Positive
47 Negative. Positive

Plate count results (TSA) done in.triplicate; 10, 6 and 9 cfi/plate (equal to 1 mi). ‘
(Average of 8,3 within the stated limits of 5-100 cells per tube) - '

All the positive tubes were cultured on TSA for + 24 hours at 37°C for Gram siainiug.
- All were small‘ Gram negative rods resembling the mother culture.

" All the positive tubes were also confitred using the selective media previously indicated. Colour-and bxochemlcal
reactlons résembled those of the mother culture

- XLD agar: medla dxd not change colour but stayed red, colonies were reddish pinkish, transparent. No black cores.
Brilliant green. modxﬁed agar: The colour of the media changed from orange-pink to red, colonies were pink to

translucent.

MacConkey’s agar: The. colour of the media changed from light. pink to a clear hght peach colour Colonies
resembled the colour of the media. ,

7. MEDIA USED:

‘Description of media " Supplier Baich No:

' AOAC Synthetic broth - Difco 1131006
Brilliant Green modified agar . Scharlau 14751
XLD agar (xylose lysine deoxycholate) Merck 1023822
MacConkey agar "Biolab 102116

. Trypticase soy agar (TSA) Biolab 1026752
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10.1 Efﬁcacy of F10SC vetermary dlsmfectant Batch 071107 agamst Salmonella choleraesuis ATCC 10708 on

non porous hard surface carriers..

Description of sample:

F10SC Veterinary disinfectant

Batch tested and expiry date: # 071107
Recommended dilution: 1/250
‘Recommended exposure time: 10 minutes

Media used for primary subculture:

'10 ml AOAC Synthetic broth + glucose + inactivator

Inactivator used: .

. Tryptone Soy Broth containing 3% asolectm and 20 %
Tween 80 _

0,1 ml

Volume of inactivator added to 10 ml media
Preparation of carriers: :
" a) % T of suspension at 580" nm

a)33,5%T

" b) drying time b) 40 minutes

Temperature at which test was conducted Start: 19,5°C End: 19,5°C
Incubation temperature: 37°C (& 2°C) for 48-54 hours

Date tested: Start: 21/7/2006 End: - 23/7/2006

Final result:

. Positive tubes confirmed:

1/60 .

De;termination of carrier load: Total counts done on 6 randomly chosen cmﬁers: (labelled A to F)

Average result for.

- Carrier | Individual results on duplicate plates:
reference: | dilutions 10" dilutions 107 - Salmonella choleraesuis :
(hmlts 0,5-2 x10° orgamsms per camer)
A 110x10% 9x 10°
B 102 x 10* | 14x 10° . 1,1 x 10°
B 166 x 10° S l22x 10°
: ] 199x 10* 23x% 10° 2,04 x 10°
lc _ 528 x 10* 1 66x 10° - ’ ,
: 384x10* - | 69x 10° 5,66 x10°
D 324x10° ‘28 x 10°
- 1'332x% 10 - 35x 10° 13,21 x10°
E 768 x 10° - | 104x10° '
- 744 x10* . 76 x 10> 8,28x10° -
F- - 760 x 10% 64 x 10>
952x104 . |70x 10° 7.6 x 10°

Average count per carrier; 4,6x 10¢ cfu/carrxer (Higher than the maximum limit but sample result was less than

- 2/60 posmve)
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10.2 Efﬁcacy of F10SC vetermary dlsmfectant Batch 080310 agamst Salmonella choleraesms ATCC 10708 on

. non porous hard surface carriers.

Description of sample:

F10SC Veterinary disinfectant

Batch tested and expiry date: # 080310
Recommended dilution: 1/250
Recommended exposure time: 10 minutes -

Media used for pnmary subculture:

10'ml AOAC Synthetic broth + glucose + inactivator

Inactlvator used: Tryptone Soy Broth containing 3% asolectin and 20 %
: Tween 80
. Volume of inactivator added to 10 ml medla 0,1 ml
Preparation of carriers:
a) % T of suspension at 580 nm a)355%T

Positive tubes conﬁrmed

. b) drying time -b) 40 minutes

" | Temperature at which test was conducted Start: 19,5°C End: 19,5°C
Incubation temperature: 37°C (& 2°C) for 48-54 hours '
Date tested: ' Start: 26/7/2006 End: 28/7/2006
Final result:

1/60

Determination of éarrier load: Total counts:done on 6 randomly chosen cairiers: (Iabelled A to F)

Carrier

Individual resuits on duplicate plates:

Average result for
reference: dilutions 10 dilutions'10® | Salmonella choleraesuis : :
' . L o (limits 0,5 -2 x 10° organisms per carrier)
A - 1105x10* - T {11x 10° '
' 117x10* 13x 10° 1,16 x 10°
B 568 x 10% 80x 10° ,
1904 x 10* 81x 10° 7.7 x 10°
{c . | 143x10° 14x 10° )
S - {145 x 10* ‘10x 10° 1,32 x 10°
D 71 x 10° |7x 100
| 85 x10% 19x 10° 0,79 x 10°
E . |276x10* . 33x10° '
‘ 368 'x 10* 25x10° 3,06 x 10%
F- - |140x10° 10x10° - '
' 103 x.10* - 12x 105 1,16 x 10°

Average count per carrier: 2,53 x 10° cfu/carner (Higher than the maximum limit but sample result was less than

2/60 positive. )
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AOAC Use-dilution test result sheet for: F10SC. # 080310

Tubes w1th positive growth (turbldlty) hlghhghted

'1’2 3 14 15 (6 '7 8‘9, 10

11112113114 )15|16 [ 17 {18 {19] 20

21 122123124 125126127 128929;30

3132 | 33| 3435 |36]|37] 3839 40

41 142143144145 |46 |47 |48 |49 50

51152 |53{54|55[56|5758]59]60

Positive tube confirmation: F10SC # 080310

Tube -+ Gram stain after 24 Additional identification done on culture:

number Hours (TSA) (incubation period approximately 24 hours at 37°C)
29 | Small Gram negative | XLD agar: media did not change colour but- stayed red, colonies were
rods o reddish pinkish, transp’arent. No black cores. '

'Brllllant green modified agar: “The colour of the media changed from
: orange-pmk to red, colonies were pink to translucent. .

MacConkey’s agar: The colour of the media changed from light pink to a
clear light peach COl our. Colonies resembled the colour of the media.

API20E: code 4-3-0-4-5-5-0 {(Very good 1D, 66 2 % certamty Identxﬁed
as Salmonella choleraesuzs ID done 3/8/2006)

CONCLUSION For F10SC # 080310 only 1 tube out of atotal of 60 tested was confirmed as Salmonella
- choleraesuis. . .
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10.3 Efficacy of F10SC veterinary disinfectant Batch. 080511 against Salmonella choleraesuis ATCC 10708 on ™

non porous hard surface carriers.

.| Description of sample:

F10SC Veterinary disinfectant A

Batch tested and expiry date: # 080511
Recommended dilution: 1/250
"Recommended exposure time: 10 minutes

Media used for primary subculture:

10- ml AOAC Synthetic broth.+ gucose + inactivator

Inactivator used: Tryptone Soy Broth contammo 3% asolectin. and 20 %
- Tween 80
| Volume of inactivator added to 10 ml media - 0,1 ml
Preparation of carriers: ' :
a) % T of suspension at 580 nm . a)342%T

Positive tubes confirmed:

- b) drying time : " b) 40 minutes )

. Temperature at which test was conducted: Start:  19,5°C . End: 19,5°C

" Incubation temperature: 37°C (£ 2°C) for 48-54 hours
Date tested: Start: 15/6/2006 End: 17/6/2006
Final result:

1/60

Determination of carrier load: Total counts done on 6 randomly chosen carriers: (labelled A to F):

Carrier

Average result for

_ Individual results on duplicate plates:
.| reference: dilutions 10™ dilutions 107 Salmonella choleraesuis :
o : (limits 0,5-2 x 10% organisms per camer)
A 126 x 10* 14 x10°
‘ - {80 x10* 1 8x 10° 1,07 x 108
B 1 63x10° - 4x 10°
- 57x10* 13x 10° 0,48 x 10°
C 142 x 10* 12x 10° . '
y 1146 x10* 9x 10° 1,25 x 10°
‘D 128 x10* 12x 10°
a 118 x10* 4x 10° . 1,02 x 10°
E . |208x10° 19x10° ,
K 168 x10*° 10 x 10° 1,67 x 10°
'F 206 x10° 20x 10° :
178 x 10* 11x 10° 1,74 x 10°

- Average count per icarrier: 1,21 x 10° cfu/carrier..
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. AOAC‘ Use-dilution fes_t result sheet for: v- _FlOSC # 080511

Tubes with positive growth (turbiciity) highligh’fed.

1 |2

374 15 1617

8 9 [10.

111211314115 16171811920
21122123124125726127128|29130
31(32(33[34|35]36]|37|38139]40:
41142 1431444546 | 47|48 } 29 50
515253 [54]55]|56[57]58]59]60

Positive tube confirmation: F10SC #-080511

Additional identification done on culture:

Tube o Gram stain after 24 ,
number Hours (TSA) (incubation period approximately 24 hours at 37°C)
Small Gram negatlve - XLD agar: media dld not change colour but stayed red, colonies.were

.35

rods

| orange-pink to red, colonieswere pink to translucent.

reddish pmklsh transparent. No black cores.
,Brllhant green modified agar: The colour of the media changed from
MacConkey’s agar: The colour of the media changed from light pink to a
clear light peach colour. Colonies resembled the colour of the media.

API20E: code 4-3-0-4-5-5-0 (Very good ID, 66,2 %. certainty. Identified
as Salmonella choleraesuis, ID done 20/6/2006)

CONCLUSION: For F10SC # 0805 11 only 1 tube out-of a total of 60 tested was conﬁrmed as Salmonella
choleraesuis. .

11 . DISCUSSION:

FIOSC veterinary dlsmfectant when tested in accordance with 2000 ACAC Internatlonal Official Method 991.47
was effective agamst Salmonella choleraesuis ATCC 10708 in a contact time of 10 minutes.

Foyr

- E.LLOYD

- RAROOS. A
' MICROBIOLOGY DEPARTMENT : MANAGER MICROBIOLOGY i
Fax no. (011). 474 1670
Confidentiality Notice:

_ThlS message is intended only for the use of the individual or entity to which it is addressed and in terms of Section 32 of the Standards AcL 1993,
it contains information that is strictly confidential. If the reader of this message is not the recipient, or the employee or agent responsible. for
delivering this message to the intended recipient, you are hereby notified that any disclosure, distribution, copying or the taking of any action in
reliance on the contents of this communication, is- strictly prohibited. If you have recelved this communication in error, please notxfy us

' lmmedxately by telephone to arrange for the return of the documents to us.

This report relates only to thé specific sample(s) tested as identified herein. It does not imply SABS approval of the
quality and/or performance of the item(s) in question and the test results do not apply to any similar item that has not
been tested. (Refer also to the compléte condmons prmted on the back of official test reports.)
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g AOAC HARD SURFACE CARRIER TEST ON F10SC VETERINARY DISINFECTANT.

‘NON POROUS CARRIERS COATED WITH Staphylococcus aureus ATCC 6538.

- L. DESCR]PTION OF SAlV[PLES
The followmg three batches of FlOSC were supphed by the chent

~ F10SC. batch 071 107 manufacturmg date 11/2005, expiry date 11/2007.
F10SC batch 080310 manufacturing date 3/2006, expiry date 3/2008.
- F1 OSC batch 080511 manufacturmg date 5/2006 expiry date 5/2008.

2. TEST REQUESTED.

To determlne the eﬂicacy of the product agamst a standard bacterial strain of Staphylococcus aureus at a dllutlon of
1/250 usmg the AOAC hard surface carrier test method;

3. METHOD OF TEST

2000 AOAC Intematxonal Ofﬁcxal Method - 991 48. Testmg disinfectants agamst Stqvhylococcus aureus. Hard
surface-carrier test method, First ; actlon 1991.

Brlef summery The AOAC Use-Dllutlon test was done with ﬂame polished glass cylinders coated with an exact
‘amount of micro organism. These were dried and’ exposed to the use-dilution of 1/250 of the disinfectant as
indicated by the client for a perlod of 10 mmutes After neutralization these carriers were “cultured to assess-the
survival of the bacteria. ;

A smgle test involved the evaluatxon of 60 inoculated carriers (one organism) against-one batch of the product. Six
additional inoculated carriers were used for the determination of the carrier bacterial load. Another set of six
* additional carriers were prepared} at the same time as extras. A total of 72 carriers were required- fora single test.

1 Dr Lategan Road Groenkloof, Privﬁte Bag X191 Pretoria 0001, Tel: +27 (012) 428—791 1, Fax: +27 (012) 344-1568.

This fest was performed by SABS Commercial (Ply) Ltd.
This report cmF:'J the test reZuhs relate only to the specific sample(s) identified herein. They do not imply SABS approval of the quality and/or

- performance of the ifem(s) in question and the fest results do not apply to any swmlcnr item that has not been tested.
F efer also to the complete conditions printed on the back of this page:)
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4. MICRO ORGANISM USED AND PREPARATION OF THE. CULTURE:
. The test organism used was Sraphylococcus aureus ATCC No. 6538. (SABS type culture collection ref Sta 10)
o luiﬁal preparetion of the culture

The mother culture was opened and prepared according to the AOAC method.

Gram: stain reaction after + 18 hours incubation at 37°C on trypticase soy agar (TSA)

Gram positive cocci.

Colony morphology on tryptlcase soy-agar: -flat, round, shiny light orange-yellow colomes were observed

. ‘A‘ddiﬁonal selective media and _bio_chenfical tests used to confirm the genus and species:

Baird Parker agar (with added volumes of 1% potassium tellurite solution and 50 % egg yolk emulsion as
stipulated by the manufacturer) Colonies are small shiny and pitch black with a white margin surrounded by a
clear zone/halo.
- DNase agar: Creamy coloured colonies are surrounded bya clear zone on the addition of 1 N HCI. The rest of
the plate remains turbid. .
~ Mannitol Salts agar: The colour of the medla changes from reddish. pink to yellow. Colomes are orange-
yellow

Preparatlon of the culture used for the coating of the carriers:

At least 3 consecutrvely daily transfers were made in synthetic broth and the last 24 hour old broth culture was
used to prepare a lawn on TSA plates. These were incubated for 24 + 4 hours at 37°C. The growth on each.
" plate was gently removed witha sterile swab and 10 ml sterile synthetic broth. The suspensions from. 1nd1v1dual
‘ nplates were pooled in a sterile flask and vortexed to break up clumps of bacterial cells

The suspension was left to stand for approx1mately 10 minutes at room temperature after which an ahquot was
diluted with sterile synthetic broth to the required density and bacterial count according to the previously
"established standard curve and coating test trial records. The suspension so diluted was used within 30 minutes
of preparahon to coat. the required amount of carriers for exactly 15 minutes accordmg to.the method '

B The coated carriers were removed_ from the suspensron after-15 minutes and dried on stenle ﬁlter paper for 40
minutes at 37°C (¢ 2°C). Immediately thereafter 6 carriers were used for the determination of the carrier load,
using the synthetic broth and the required neutralizer for the initial recovery. Counts were done in duphcate on

] TSA usmg stenle distilled water for the senal dilutions.

- The sponsor'requested no additional organic soiling of the carriers.

5. CARRIERS:

. Descrlptlon of carners

Dlsposable ﬁre—pollshed borosilicate glass carriers were supplied by the sponsor. Size of carriers: length 10mm
(2 1 mm); inside diameter 6mm-(z 1 mm) and outside diameter 8 mm (+ 1 mm). Only cylinders without visible
cracks and flaws were used, for the tests The cylinders were washed with ethanol and dlstllled water according
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to the method and autoclaved. They were cooled and stored at room temperature. Carriers were used once only
and discarded after use.

~»  Exposure period and transfer of carriers:

Each carrier was exposed to the use-dilution of the product for exactly 10 minutes.

Three sets of 20 tubes were tested individually. Each set was done with 30 second intervals between transfers. -
The tubes were not swirled after adding the carriers. Transfer of carrlers to dlsmfectant containing tubes was
within + 5 seconds of the actual tlme of transfer indicated. .

. Primary subculture and neutralizer:
The same sequence of transfer was followed for subculturing. Three sets of 20 tubes were tested individually.

Each set was done with 30second intervals between transfer. from disinfectant to primary subculture medium.
Transfer of carriers to prxmary subculture tubes was also within -+ 5 seconds of the actual time of transfer

indicated.

- e Sequence of transfer:

Each set of 20 tubes was treated as follows: ©
A calibrated electronic clock-timer was used in ‘count up” mode.

Tube/carrier | Carrier: - Carrier: Tube/carrier | Carrier: Carrier: -
reference  |.Drop time transfer time reference Drop tnne transfer time
1 -0 sec " 1'10 min 11 5 min- ' 15 min
2. 30 sec 10 min 30 sec 12 5 min 30 sec 15 min 30 sec
3 1 min 11 min- - 13 . 6 min 16 min

14 | 1.min 30'sec. | 11-min 30 sec 14 6 min 30 sec | 16 min 30 sec
5 2.min 12 min - 15 7 min 17min.

6. 2 min 30 sec | 12 min 30 sec - 16 7 min 30sec | 17 min 30 sec
7 3 min 13 min 17 8 min ‘18 min
8 - 3 min 30 sec - | 13 min 30 sec 18 8 min 30 sec | 18 min 30 sec
9 4 min. | 14 min - ' 19 9 min 19 min

110 4 min 30 sec | 14 min 30 sec 20 9 min 30.sec | 19 min 30 sec

6. PREPARATION OF THE PRODUCT:

-+ F108C vetermary disinfectant contams quaternary ammonium and biguanidine compounds (5, 8%), non-toxic
ampholytic surfactants and sequesterants. .
Storage condltlons indicated by the manufacturer: below 30°C in dry conditions.

. Use-dllutlon of product indicated and preparatlon thereof:

The recommended dilution of 1/250 was used for the test. A total of 4 ml- of the super concentrate was diluted

* with sterile distilled water at room temperature to a total volume of 1 L using “A” grade volumetric glassware.

This preparation was dispensed in 10 ml portions into 60. (plus a few extra) tubes and placed into a water bath at
20°C (x 0,5°C) approximately 30 minutes before the test started. Testing started once the contents of the tubes’

_had reached water bath temperature. The disinfectant at use-dilution was tested within less than 3 hours of
preparation.
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. Neutralizér uséd'and preparation-thereOf:

Letheen broth according to ’rbe: AOAC.metbocl was not used as the primary‘subc‘ulture medi.um.AThe most
+ suitable neutralizer for F10SC is the following and had been established during previous disinfectant trials:

TSB + 3% Asolectin + 20 % Tween 80 neutralizer.

Preparation: '
To each 100 ml of Tryptone soy broth prepared according to the manufacturer’s mstructlons add 3 gram of

Asolectin and 20 gram of Tween 80, Boil with constant stirring until all asolectin granules have dissolved.
~ Allow the mixture to cool - before adjusting the pH to between 7,0 and 7 4. Dispense in the volumes requlred
" and autoclave. for 20 minutes at 121°C (& 2°C).

AOAC synthetlc broth was used as the primary subculture medium with 0,1 ml of the above neutrallzer added
to each tube containing lO ml of broth :

" The following ingredients were -used for the prepatation of the neutralizer:

Biolab Tryptone soy broth (TSB), supplier Merck, - batch 1027407.

ACE Tween 80 CP (polyoxyethylene sorbitan mono-oleate) suppller Associated Chemlcal Enterprises, Batch
15934/5058.
‘Fluka Asolectin from soybean (soy lecxthm) suppher Sigma Aldrich, Batch 1096966 42304163

. Confirmatlon of adequate neutrallzatlon of the dlsmfectant residues carned over into the subculture
broth .

Six negative tubes were randomly chosen for every sixty tubes tested and these were inoculated with a volume
of the bacterial suspension so diluted that each tube contained between 5 — 100 cells per tube. The number of
cells added to the tubes was confirmed with TSA pour plates. Tubes and plates were incubated at 37°C (+ 2°C)
for 48 hours Colonles on the plates were counted to confirm the inoculum size.

~Tubes were exammed for turbidlty Growth in the tubes 1ndlcated effective neutralization of the d151nfectant
. The organisms in the tubes were transferred to the selective growth: media indicated and also Gram stained after
24 hours growth on TSA to confirm the identity of the cultures.
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Example: Batch 071107. Tested 16/ 8/2006 < 18/8/2006. Spiking done on 18/8/2006.

The 24 hour broth culture used for the spiking had an estimated orgamsm load of apprommately 10% - IO9
cf/ml.

" First set:
Tube selected: .| Initial result: . Spiked with the 24 hour broth culture of the test organism
: (in synthetic broth with | (1 m! of a 107 dilution was added to each tube.) '
inactivator) Result after 48 hours:
3 " Negative - | Positive
17 - - | Negative - : . Positive
23 Negative - Positive
38 Negative ' . Positive
44 - ‘Negative Positive
146 Nevative . - | Positive

Plate count results on TSA (8 x 1 rnl plated out with pour plate techmque) 45; 39; 39; 55; 57; 52; 69 and 60
cfu/plate (equal to 1 ml)..
(Average of 52 within the stated limits of 5- 100 cells per tube)

Batch 080310. “Tested 22/9/2006 24/9/2006 Splkmg done on 27/9/2006.

' Second set:
Tube selected: Initial result: Spiked with the 24 hour broth culture of the test organism
- (in synthetic broth with | (1 ml of a 107 (4 tubes) or 107 (2 tubes) dilution was'
inactivator) S added to each tube. Result after 48 hours: '
3 : Negative . Positive
10 Negative - Positive -
{15 Negative - .| Positive
21 Negative : .| Positive
| 29 Negative- . Positive
37 - Negative Positive

Plate count results on TSA (6 x1ml plated out thh pour plate techmque) 15; 13;20; 2; 3 and 4 cfu/plate
- (equalto 1 ml). . . . o
: (Average of 10 w1thm the stated limits of 5-100 cells-per tube).

All the positive tubes were, cultured on TSA for+ 24 hours at 37°C for Gram staining.
 All were Gram positive cocci resembling the mother culture.

All the positive tubes were also confirmed usmg the selectlve media prevxously mdlcated Colour and biochemical
reactxons resembled those of the mother culture.

Baird Parker agar: Colonies were small, shiny and pltch black with a white margin, surrounded by a clear zone/halo.
~ DNase agar: Colomes were creamy coloured. A clear zone formed around the colonies on the addition of 1 N HCL.
Mannitol Salts agar: Colonies were orange-yellow. The colour of the medla changed from reddlsh pink to yellow.
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7. MEDIA USED:

| Deseription of media | Supplier Batch No:

AOQOAC Synthetic broth - - | Difco ’ 1131006
Baird Parker agar B ' Biolab 1023825
DNase agar : ‘ ‘Scharlau 9563.
Mannitol Salts agar ’ " Biolab 1026747
| Trypticase soy agar(TSA) : -~ | Biolab 1026752
Quality control of media;

The media was prepared and/or.autoclaved according to the manufacturers’ instructions.
Negative controls of all media used were incubated for approximately 24 hours at 37°C (&2°C) to verify sterility.

Positive controls were done using the mother culture as the reference to verify growth promotion as well as colony
characteristics, Gram stain reactions and biochemical reactions on the different selective media.

8. INCUBATION PERIOD:

Tubes were incubated for 48 — 54 hours at 37°C (:|:‘2°C). .
~ 9. INTERPRETATION OF RESULTS:

- Each tube was shaken prior to recording of the results to determine the absence or presence of turbidity.

A pbsitive culture was. one in which the primary subculture broth appeared turbid. Positive/turbid tubes were
" subcultured and confirmed using Gram stain reactions, cell morphology and reactions on selective media.

" A negative result was one in which the primary subculture broth appeared clear. A specific number of negative tubes
(10% of'the total) weré also used for spiking to prove the efficacy of the neutralizer used.

" Performance standard: Not more than 2 positive carriers out of every sixty tested.

. 10. RESULTS:
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' 10 1 Efﬁcacy of F10SC vetermary disinfectant Batch 07 11()7 agamst Staphylococcus aureus ATCC 6538 on

non porous hard surface carriers.

Description of sample:

F10SC Veterinary disinfectant

Batch tested and expiry date: -

# 071107
Recominended dilution: 1/250
Recommended exposure time: 10 minutes

10-mi AOAC Synthet1c broth + glucose + 1nact1vator

Media used for primary subcu]ture
"} Inactivator used: :

Tryptone Soy Broth containing 3% asolectln and 20 %-
Tween 80

0,1 ml

Volume of inactivator added to-10 ml media
| Preparation of carriers: :
- 2) %.T of suspension at 580 nm

a) 242%T

b) drying time b) 40 minutes :
Temperature at which tes’c was conducted Start: 19,5 °C End: 20°C
Incubation temperature: 37°C (& 2°C) for 48-54 hours :

Date tested: Start: 16/8/2006 ' End: 18/8/2006
Final result: :
0/60

Positive tubes confirmed:

, Determmatlon of camer load: Total counts done on 6 randomly chosen carrzers (labelled Ato F)

Camer ' Indmdual results on duplicate plates Average result for
reference: dilutions 10™ dilutions 107 Staphylococcus aureus
: . e o ' (limits 1-5 x 10° organisms per carrier)
A 560 x 10* 51x 10° .
. 564 x 10 48x 10°. 5,29 x.10°
1B . 564 x 10° 45 x 10°
1 : 516 x 10* ‘49 x 10° 15,05%x10°
C 500 x10% 35% 10°
. .. |-496 x 10* 41x 10° 4,39x 10°
D. 304 x 10° 27x 10° .
‘ 224 x 10* 24x 10° 12,60x10°
E 424 x10° 48x10° '
1 1462 x 10* 46'x.10° 4,57 x 10°
|F 732 x 10° - 62x10°
' 708 x 10* 58x% 10° . 6,60x 10°

Average count per carrier: 4,75 X 10° cfu/carrier.
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- AOAC Use—dilutiori test result sheet for: FlOéC_ # 071107
Tubes with positive growth (turbidity) highlighted .

NO positive tubes observed.

T 1213141576 17 (819 10

111121314 15|16 1718119120

2112223 |24|25|26|27 282930

3113213334 |35(36|37{38]39]40

41 |42 43 144 |45 146 |47 {48 |49150

51152{53|54|55]|56|57]|58]59]|60]

A No positive tube confirmation needed for F10SC # 0-71107.

8 of 12

C‘ONCLUSION:‘ For F10SC # 071107 all 60 out of a total of 60 tubes were negative, indicating no surviving

Staphylococcus aureus.
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10.2 Efficacy of F10SC vetermary dlsmfectant Batch 080310 against Staphylococcus aureus ATCC 6538 on

non porous hard surface carriers.

Description of sample:

F10SC Veterinary disinfectant

Batch tested and expiry date: | # 080310
Recommended dilution: . 1/250
Recommended exposure time: 10 minutes

| Media used for primary subculture:

10 ml ACAC Synthetjc broth + glucose + mactlvator

Inactivator used:

Tryptone Soy Broth containing 3% asolectin and 20 %

: | Tween 80

Volume of inactivator added to 10 ml media 0,1 ml

Preparation of carriers:. ) '

a) % T of suspension at 580 nm a)375%T

‘b) drying time - b) 40 minutes :

Temperature at which test was conducted Start: 19,5°C End: 19°C
Incubation temperature: " . 37°C.(£ 2°C) for 48-54 hours

Date tested: - Start: 22/9/2006 End: 24/9/2006
‘Final result: .

1/60

Positive tubes confirmed:

Determination of carrier load: Total counts done on 6 randomly chosen carriers: (labelled A to F)

Carrier Individual results on duplicate plates: | Average result for
reference: dilutions 10 dilutions 107 - Staphylococcus aureus :
(limits 1-5 x 10° orgamsms per carrier)
A -382x10° 41 x 10°
, ' 308 x 10* 46 x 10° 3,9%x 10°
B- 328 x 10° 33x 10° , _
. 1360x10* 35x 10° 13,42x10°
C 516x 107 70 x 10°
- | 556 % 10° 62x 10° 5,98 x 10°
D 460 x 107 49x 10°
: 336 x 10* | 41x 10° 424 x 10°
E .- 440 x 10* 42 x10°
L 412x 10* | 45 x'10% 431 x 10°
F 560 x 10° 2x10° :
648 x 10* - 60 x 10° 5,57 x 10°

-~ Average count per carrier: 4,57 x 10° cfu/carrier.
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AOAC Use-dilution test result sheet for: .F10SC # 080310

Tubes with positive growth (turbidity)’ highlighted .

112

3

T2

5

6

7

§ 19 10

11§12

13.

14

15

16

17.

18119120

21 22

23

4|

25

. 26

27

281291307

31132

33

34

35

36

37

38 |39 | 40

41 | 42

43

44

45

46

47

48 1 49| 50|

_%52

53

54

55

56

57

581-59 | 60

Positive tube confirmation: F10SC # 080310

Gram stain-after 24

Additional identification done on culture:

.51

Tube .
number Hours-(TSA) (incubation period approximately 24 hours at 37°C)
Baird Parker agar: Colonies were small, shiny and pltch black wnth a white

| Gram positive cocci

margin, surrounded by a clear zone/halo.

-DNase agar: Colonies were creamy coloured. A clear zone formed around
the colonies on the addition of 1 N HCL. Rest of the plate remained turbid.
Mannitol Salts agar: Colonies were orange-yellow. The colour of the medla

: changed from reddish pink to yellow

CONCLUSION For F10SC # 080310 only one tube out of a total of 60 tested was confi rmed as. Staphylococcus

aureus
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- 10.3 Efficacy of F10SC veterinary disinfectant Batch 080511 against Staphylococcus aureus ATCC 6538 on non

- porous hard surface carriers.

Description of sample:

' F10SC Veterinary disinfectant

.| Batch tested and expiry date:

# 080511
Recommended dilution: 1/250
Recommended exposure time: 10 minutes

Media used for primary suboulture

10 ml AOAC Synthetic broth + glucose + mactlvator

Inactlvator used:

Tryptone Soy Broth containing 3% asolectin. and 20 %
Tween 80

0,1 ml

Volume of i mactlvator added to 10 ml media
Preparation of carriers:
a) % T of suspension at 580 nm

1a)253%T

Positive tubes confirmed:

. b) dryulee . b) 40 minutes
.| Temperature at which. test was conducted Start: 19°C End: 19,5°C
Incubation temperaiul e 1 37°C (& 2°C) for 48-54 hours
Date tested: Start: 18/8/2006 End: 20/8/2006
Final result:

0/60

" Determination of carrier load: Total counts done on 6 randomly chosen carriers: (labelled A to F)

_Carrier. Individual results on duplicate plates: | Average result for
reference: | dilutions 107 dilutions 10 Staphylococcus aureus :
S o (limits 1-5 x 10° orgamsms per camer)
A 512 x 10° 39x 10° .
' 480'x 10* 55x 10° 4,83 x 106
1B. 632 x 10° 69x 10° -
588 x 10* 60 x 10° 6,28 x 10°
C 524x10% - 133 x 10°
‘ 516 x 10* 39% 10° 4.4%10°
D 396 x 10" 31x 10° ' :
. 408 x 10* 56 x 10° 4,19 x 10°
E - 576 x 10° 49 x 10°
496 x 10° - 37 x16° 4,83 x10°
F 568 x 10" 48 x 10° ’
508 x 10* 62x 10° 5,44 % 10°

Average count per carrier: 4,99 x 10° cfu/carﬁer.
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AOAC I.Jse-dilution-test‘résult sheet for: F10SC # 080511.

Tubes With positive growth (turbidity) highlighted-.

NO positive tubes observed.

(1 |2 |3 |4 516 |7 |8 |9 110

11112113 (141511617 | 181920

21 122123 124°125]26]127[28129]30

31132133 |34(135]36137[38/39]40

41|42 |43 |44 (45146 |47 ({48 14950

51 |52{53|54|55]56]|57[58}59]60
No pdsitive tube confirmation needed for F10SC # 080511.

CONCLUSION: For F10SC # 080511 all 60 out of a total of 60 tubes were negative, indicating no surviving
Staphylococcus aureus.

11. DISCUSSION:

F10SC veterinary. disinféctant when tested in accordance with 2000 AOAC International, Official Method 991.48
was effective against Sz‘aphylocqccus aureus ATCC 6538 in a contact time of 10 minutes.

'ELLOYD' - ' ' RAROOS
MICROBIOLOGY DEPARTMENT MANAGER MICROBIOLOGY

. Fax no. (011) 474 1670

. Confidentiality Notice:

‘I This message is intended only for the use of the individual or entity to which it is addressed and in terms of Section 32 of the Standards Act, 1993,
it contains information. that is strictly confidential. If the reader of this message is not the recipient, or the employee or ‘agent responsible for j
delivering this message to the intended recipient, you are hereby notified that any disclosure, distribution, copying or the taking of any action in

‘reliance on the contents of this communication, is strictly prohibited. If you have received this communication in error, please notify us
lmmedlately by telephone to arrange for the return of the documents to us.

This report relates only to the specific sample(s) tested as identified herein. It does not 1mply SABS approval of the
quality and/or performance of the item(s) in question and the test results do not apply to any similar item that has not
been tested. (Refer- also to the complete condmons printed on the back of official test reports.)




