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TEST REPORT N. 11/DP/16

Quantitative suspension test for the evaluation of fungicidal activity in the medical area — Test

method and requirements (phase 2, step 1)

Client:

Schulke CZs.r. 0.
Lidicka 326

735 81 Bohumin

Identification of disinfectant- sample:

Name of the product:

Lot number:

Expiration date:

Manufacturer:

Storage condition (temp. and other):

Product diluent recommended by the manufacturer for use:

Appearance of the product:
Active substance (s):

Other substance (s):
Use of the product:

Date of delivery of the product:
Date of tests:

The order number:
Date of order: 16. 5. 2016

Reference number: ZU/15093/2016

Desam Effekt +
018A160323

Schulke s.r. 0.

-10°Cto +30°C

water

liquid

N-(3-aminopropyl)-N ‘
dodecylpropan-1,3-diamin: 7,2 %
didecyldimethylamonium-
chloride: 3 %
Benzyl-C12-16-alkyldimethyl,
chlorides: 19 %,
2-fenoxyethanol:10 %

disinfection and cleaning of all
washable surfaces of medical
resources

17.5. 2016
25.5. 2016, 2. 6. 2016, 13. 6. 2016

The protocol can not be reproduced without written consent of laboratory other than whole. The results relates
only with tested samples. The centre of clinical laboratories - testing laboratory n. 1554 accredited CIA
according to CSN EN ISO/IEC 17025. The list of accredited methods is shown in www.zuova.cz.

The sample was tested according to SOP n. 3039.
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Results (for more details see annexes to the protocol):

The product Desam Effekt + used to surface disinfecton was tested with use test organisms
Aspergillus brasiliensis and Candida albicans. Desired test concentrations were 0,5 % and 15 minutes
contact time for Aspergillus brasiliensis, 0,25 % and 5 minutes contact time for Candida albicans.

Determined fungicidal concentration according to CSN EN 13624 under dirty conditions (bovinne
albumin 3 g/I+ sheep erythrocytes 3 ml/l), temperature 24 °C, contact time 15 minutes is 1 % with
use test organisms Aspergillus brasiliensis CCM 8222, and after contact time 5 minutes concentration
is 0,25 % with use test organism Candida albicans CCM 8215.

Reductions in logarithmic orders are with use test organism Aspergillus brasiliensis CCM 8222 R >4,06
and > 4,07 in 1 % concentration.

Reductions in logarithmic orders are with use test organism Candida albicans CCM 8215R >4,31 and
>4,11in 0,25 % concentration.

Note:
All the validations and the controls were in limits. At least one concentration of product shown

reduce less than 4 logarithmic orders. There were observed precipitates of interfering substance in
the test mixture (0,5 % and above percentage concentrations) and validations C.

Conclusion:

Determined fungicidal concentration of the product Desam Effekt + (lot number 018A160323)
according to EN 13624, with the contact time 15 minutes, under dirty conditions with use test
organism Aspergillus brasiliensis CCM 8222 is after repeated examination 1 %.

Determined yeasticidal (levurocidal) concentration according to EN 13624, with the contact time 5

minutes, under dirty conditions with use test organism Candida albicans CCM 8215 is after repeated
examination 0,25 %.

In Ostrava: 22. 6. 2016

AT
R . Erich Pazdziora,
guarantor of testi

The protocol can not be reproduced without written consent of laboratory other than whole. The results relates
only with tested samples. The centre of clinical laboratories - testing laboratory n. 1554 accredited CIA
according to CSN EN ISO/IEC 17025. The list of accredited methods is shown in www.zuova.cz.

The sample was tested according to SOP n. 3039.
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Annex to the protocol n. 1: 11/DP/16

According to procedure SOP 3039 - €SN EN 13624 - Quantitative suspension test for the evaluation
of fungicidal or yeasticidal activity in the medical area — Test method and requirements (phase 2,

step 1)

Name of the product:
Manufacturer:
Storage conditions:
Solvent:

Number plates:
Neutralizer:

Tested concentrations of product:
Contact time:

Stability and appearance

of the product during tests:

Test temperature:
Interfering substance:

Test organism:
Temperature of incubation,
time of incubation:

Date of test:

Processed by: Magr. Pavlina Hradska, Irena Willerthova
Checked by: RNDr. Erich Pazdziora, CSc.

Preparation of the fungal test suspension

Desam effekt +

Schulke s. r. 0.

-10° Cto +30°C

hard water

2x1ml

Polysorbate 80 30 g/I+ lecithin 3 g/I+
Sodium thiosulphate 5 g/l + L-histidin 1g/I
0,5%, 0,25 %, 0,1 %, 0,01 %

5 minutes

clear to milky solution, formation of precipitatesin 0,5 %
test mixture and validation C

24°C

bovinne albumin 3 g/l + sheep erythrocytes 3ml/ | in diluent
Candida albicans CCM 8215

30°C,48h
25.5.2016

M q{’f/flﬁ / %M"_\‘//

Signature: ,/ ZM
4 /

Dilution'of primary 10° 10t 102 10°3 10" 10°s 10 107 108
suspension

Number >330 >330 >330 >330 >330 145 24 - -

of colonies on plate 1

Number >330 >330 >330 >330 >330 210 28 - -

of colonies on plate 2

The protocol can not be reproduced without written consent of laboratory other than whole. The results relates
only with tested samples. The centre of clinical laboratories - testing laboratory n. 1554 accredited CIA
according to CSN EN ISO/IEC 17025. The list of accredited methods is shown in www.zuova.cz.

The sample was tested according to SOP n. 3039.
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Validation and controls:

Validation suspension Nvo Control of the experimental Neutralizer toxicity Dilution- neutralization
(Nv) conditions (A) control (B) control (C ):
Number of Vel Vc2 | Number of Vel | Ve2 Number of | Vcl | Vc2 | Number of | Vel | V2
colonies on colonies on colonies on colonies on
the plate the plate the plate the plate
99 80 99 80 | 70 106 70 106 | 100 | 95 100 95 110 | SO 110 | 90
Arithmetic mean Arithmetic mean Arithmetic mean Arithmetic mean
Vel+Ve2: Vcl+Vce2 Vel+ Ve2 Vcl+ Ve2
x=89,5 X =88 % =975 x =100
Is30<%zNvo<1607? IsxzAz0,5x%zNvo? JlexzB20,5x%zNvo? lexzC20,5x%xzNvo?
yes - no yes - no yes - no yes - no
Validation suspension Nvs 89 | 80 85 80
(validation suspension for the control neutralizer B)
Arithmetic mean Vel+ Vc2
% =825
Is 30 < X z Nvs /1000< 160 ? yes - no
Test suspension
C (sum of values Vc) 407
B Number of Weighted mean fym = ---------mmmesseseommaneen S mrmrmne
B Dilution | colonies on the Vel | Ve2 (n1+0,1n2)x10°  (2+0,2)x10
suspension -
N plate %wm = sum of values (Vc) 407 : 2,2 x 107 =
1,85 x 107
10° 145 210 145 | 210 | lgN=7,26
10® 24 28 24 28 | Je7,17<1gN< 7,707 yes - no
Test ‘ i Nutnberof helfied] an E(sum of values Vc) j107 i
suspension ilution . L o i =
NGEN colonies on the Vel | Ve2 (n1+0,1n2)x105  (2+0,2)x10%
plate Xwm = sum of values (Vc) 407 : 2,2 x 107 =
1,85 x 107
10° 145 210 145 | 210 | '8 No=6,26
106 24 28 24 |28 |Je617<IgNo<6,70? yes - no

The protocol can not be reproduced without written consent of laboratory other than whole. The results relates
only with tested samples. The centre of clinical laboratories - testing laboratory n. 1554 accredited CIA
according to CSN EN ISO/IEC 17025. The list of accredited methods is shown in www.zuova.cz.

The sample was tested according to SOP n. 3039.
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Test

Concentration
of product
(%)

Dilution

Number of cfu on
plate

Vel

V2

Na =
mean X or
weighted
mean Xwm
x 10

lgNa=Ig
(% or ¥wm)
x 10

IgR=

lg No—Ig Na
lg No =
6,26

Contact
time
(min)

0,5

10°

<14

<14

10

<14

<14

10%

100

10°

10

<140

<2,15

>4,11

0,25

10°

<14

<14

10"

<14

<14

107

107

10

10

<140

<215

>4,11

0,1

10°

<14

<14

10

<14

<14

102

10

10

10

<140

<2,15

>4,11

0,01

10°

>330 >330

>330

>330

107

>330 >330

>330

>330

102

10

100

10°

>33000

>4,52

<1,74

Explanations:

V. = number of cells on 1 ml (one or more plates), %= mean Ve a Ve (1. + 2. duplicate determination);

Na =number of viable cells on 1 ml at the end of the contact time
N = test suspension; No=N/10 =number of cells on 1 ml in test suspension at the beginning of contact time

(time=0);

Nvo = Ny/10 = number of cells on 1 ml in validation suspension at the beginning of the contact time(time= 0);

Nw= number of cells on 1 ml in validation suspension for the control neutralizer (B);
% wm= weighted mean %; R =reduction (Ig R =g No - Ig Na).

The protocol can not be reproduced without written consent of laboratory other than whole. The results relates

only with tested samples. The centre of clinical laboratories - testing laboratory n. 1554 accredited CIA
according to CSN EN ISO/IEC 17025. The list of accredited methods is shown in www. zuova.cz.

The sample was tested according to SOP n. 3039,
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Calculations:

Reduction of Candida albicans CCM 8215 is after the contact time 5 minutes in logarithmic order:
For 0,5 %: IgR=IgNo-IgNa= 6,26-2,15= >4,11

For 0,25 %: IgR=IlgNo-IgNa= 6,26-2,15= >4,11

For 0,1 %: IgR=IgNo-lgNa= 6,26-2,15= >4,11

For 0,01 %: IgR=IgNo-IgNa= 6,26-4,52= <1,74

The protocol can not be reproduced without written consent of laboratory other than whole. The results relates
only with tested samples. The centre of clinical laboratories - testing laboratory n. 1554 accredited CIA
according to CSN EN ISO/IEC 17025. The list of accredited methods is shown in www.zuova.cz.
The sample was tested according to SOP n. 3039.
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Annex to the protocol n. 2: 11/DP/16

According to procedure SOP 3039 - CSN EN 13624 - Quantitative suspension test for the evaluation
of fungicidal or yeasticidal activity in the medical area — Test method and requirements (phase 2,
step 1)

Name of the product: Desam effekt +

Manufacturer; Schulke s. r. 0.

Storage conditions: -10° C to +30°C

Solvent: ) hard water

Number plates: 2x1ml

Neutralizer: Polysorbate 80 30 g/I+ lecithin 3 g/I+
Sodium thiosulphate 5 g/l + L-histidin 1g/I

Tested concentrations of product: 1%,0,5%,0,25%,0,1%

Contact time: 15 minutes

Stability and appearance

of the product during tests: clear to milky solution, formation of precipitates in 1 % and
0,5 % test mixture and validation C

Test temperature: 24°C

Interfering substance: bovinne albumin 3 g/l + sheep erythrocytes 3ml/ I in diluent

Test organism: Aspergillus brasiliensis CCM 8222

Temperature of incubation,

time of incubation: 30°C, 48 h

Date of test: 25.5.2016

[

3

b o
Processed by: Mgr. Pavlina Hradskd, Irena Willerthovd ;‘QMM S E{\\b\/\

Checked by: RNDr. Erich Pazdziora, CSc. Signature: //{77
Preparation of the fungal test suspension o+ W/7

<

Dilution of primary

" 10° 101 1072 103 10 10 10°® 107
suspension

10

Number >330 >330 >330 >330 >330 176 30 - -
of colonies on plate 1

Number >330 >330 >330 >330 >330 232 24 - -
of colonies on plate 2

The presence of mature conidiospores of Aspergillus brasiliensis was more than 75 % in conidiospore
suspension.

The protocol can not be reproduced without written consent of laboratory other than whole. The results relates
only with tested samples. The centre of clinical laboratories - testing laboratory n. 1554 accredited ClA
according to CSN EN ISO/IEC 17025. The list of accredited methods is shown in www.zuova.cz.
The sample was tested according to SOP n. 3039,
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Validation and controls:

Validation suspension Nvo

Control of the experimental

Neutralizer toxicity

Dilution- neutralization

(Nv) conditions (A) control (B) control (C):

Number of Vel Vc2 | Number of Vel | Ve2 Number of | Vel | Ve2 | Numberof | Vel | Vc2
colonies on colonies on colonies on colonies on

the plate the plate the plate the plate

90 75 90 75 | 55 43 55 43 80 78 20 78 | 70 67 70 67

Arithmetic mean
Vel+Ve2:
% =825

Arithmetic mean
Vcl+Ve2
% =49

Arithmetic mean
Vel+ Ve2
% =79

Arithmetic mean
Vel+ Ve2
% =68,5

Is30<xzNvo<1607?
yes - no

IsxzA20,5x%2zNvo?
yes - no

JexzB20,5xxzNvo?
Yes - no

lexzC20,5x%XzNvo?
yes - no

Validation suspension Nye

(validation suspension for the control neutralizer B)

65 75 65 75

Arithmetic mean Vcl+ Vc2
X =70

Is 30 < X z Nvs /1000< 160 ?

Yes - no

Test suspension

C {sum of values V) 362
T Number of Weighted Mean Kuym = --=---=--=smsmmrrnmmemnas =
est Dilution | colonies on the Vel | Ve (n1+0,1n2)x10° (2+0,2)x10°
suspension - ~
N plate . %wm = sum of values (Vc) 362 : 2,2 x 10° =
1,64 x 107
10° 176 232 | 176 | 232 |lgN=721
10°® 30 24 30 | 24 | Je7,17<1gN< 7,70?  yes - no
Test . - Kiribiorak i Bhedmean & (E(sum of values Vc) _362 i
suspension ilution : wm= - = =
No =N/10 colonies on the Vel | Ve2 (n1+0,1n2)x10°5  (2+0,2)x10°5
plate %wm = sum of values (Vc) 362 :2,2 x 10° =
1,64 x 107
10° 176 232 | 176 | 232 | 18 N0 =6,21
10°% 30 24 30 24 | Je6,17<IgNo<6,70? yes - no

The protocol can not be reproduced without written consent of laboratory other than whole. The results relates
only with tested samples. The centre of clinical laboratories - testing laboratory n. 1554 accredited CIA
according to CSN EN ISO/IEC 17025, The list of accredited methods is shown in www.zuova.cz.

The sample was tested according to SOP n, 3039,
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lg Na=Ig lgR= Contact
Na=meanX | (%xor%wm)x | IgNo-IgNa time

Concentration Difutian umber of cfu Vel V2 or welghted 10 (min)
of product on plate mean Xwm X lg No =

(%) 10 6,21

10° 2 0 <14 <14
10t 0 0 <14 | <14
102
10°
10°
10°

<140 <2,15 >4,06 15

10° 46 40 46 40

10t 4 2 <14 <14
10#
0,5 430 2,63 3,58 15
10°
107
10°

10° >165 | »165 | >165 | >165
10! 26 50 26 50
102
10°
10°
10°

0,05 3800 3,58 2,63 15

10° >165 | »165 | >165 | >165
10t >165 >165 >165 | »165
10+
10
10°
10

0,05 >16500 >4,22 <1,99 15

Explanations:

Ve = number of cells on 1 ml (one or more plates), = mean Vea a Ve (1. + 2. duplicate determination);

Na =number of viable cells on 1 ml at the end of the contact time

N = test suspension; No=N/10 =number of cells on 1 ml in test suspension at the beginning of contact time
(time=0);

Nvo= Ny/10 = number of cells on 1 ml in validation suspension at the beginning of the contact time(time= 0);
Nws= number of cells on 1 ml in validation suspension for the control neutralizer (B);

X wm = weighted mean X; R =reduction (Ig R =lg No - Ig Na).

The protocol can not be reproduced without written consent of laboratory other than whole. The results relates
only with tested samples. The centre of clinical laboratories - testing laboratory n. 1554 accredited CIA
according to CSN EN ISO/IEC 17025. The list of accredited methods is shown in www.zuova.cz.
The sample was tested according to SOP n. 3039.
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Calculations:

Reduction of Aspergillus brasiliensis CCM 8222 is after the contact time 15 minutes in logarithmic

orders:

Pro 1 %:
Pro 05 %:
Pro 0,25 %
Pro 0,1 %:

lgR=IgNo—-IgNa= 6,21-2,15= >4,06
lgR=IgNo~lgNa= 6,21-2,63= 3,58
lgR=IgNo—-IlgNa= 6,21-3,58= 2,63

lgR=IgNo=IgNa= 6,21-4,22= <1,99

The protocol can not be reproduced without written consent of laboratory other than whole. The results relates
only with tested samples. The centre of clinical laboratories - testing laboratory n. 1554 accredited CIA

The sample was tested according to SOP n. 3039.
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Annex to the protocol n. 3: 11/DP/16

According to procedure SOP 3039 - €SN EN 13624 - Quantitative suspension test for the evaluation
of fungicidal or yeasticidal activity in the medical area — Test method and requirements (phase 2,

step 1)

Name of the product:
Manufacturer:
Storage conditions:
Solvent:

Number plates:
Neutralizer:

Tested concentrations of product:
Contact time:

Stability and appearance

of the product during tests:

Test temperature:
Interfering substance:

Test organism:
Temperature of incubation,
time of incubation:

Date of test:

Processed by: Mgr. Pavlina Hradska, Irena Willerthova
Checked by: RNDr. Erich Pazdziora, CSc.

Preparation of the fungal test suspension

Desam effekt +
Schulke s. r. 0.
-10° C to +30°C
hard water
2x1ml

Polysorbate 80 30 g/I+ lecithin 3 g/I+

Sodium thiosulphate 5 g/l + L-histidin 1g/I

0,75 %, 0,5 %
15 minutes

clear to milky solution, formation of precipitatesin 1 % and

0,5 % test mixture and validation C
24°C

bovinne albumin 3 g/l + sheep erythrocytes 3ml/ I in diluent

Aspergillus brasiliensis CCM 8222

30°C, 48h
2.6.2016

il
e

@clg“\/%uﬁ

/

£

Signature: W

Pllution of primary 100 | 10t | 107 | 10® | 10* | 10° | 10% | 107 | 10°®
suspension

Number >330 >330 >330 >330 >330 204 35 - -

of colonies on plate 1

Number >330 >330 >330 >330 >330 200 37 - -

of colonies on plate 2

The presence of mature conidiospores of Aspergillus brasiliensis was more than 75 % in conidiospore

suspension.
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Validation and controls:

Validation suspension Nvo

Control of the experimental

Neutralizer toxicity

Dilution- neutralization

{Nv) conditions (A) control (B) control (C):

Number of Vel Vc2 | Number of Vel | Ve2 Numberof | Vel | Vc2 | Numberof | Vel | Vc2
colonies on colonies on colonies on colonies on

the plate the plate the plate the plate

90 120 20 120 | 70 62 70 62 130 | 160 | 130 | 160 | 80 115 | 80 115

Arithmetic mean
Vel+Ve2:
% =105

Arithmetic mean
Vel+Ve2
% =66

Arithmetic mean
Vel+ Vg2
X =145

Arithmetic mean
Vel+ Ve2
% =97,5

[s30<xzNvo<1607?
yes - no

IsxzA205%x%zNvo?
yes - no

lexzB=20,5x%xzNvo?
yes - no

JexzC20,5x%zNvo?
yes - no

Validation suspension Nvs

(validation suspension for the control neutralizer B)

156 | 120 | 156 | 120

Arithmetic mean Vcl+ Vc2

x=138

Is 30 < X z Nvg /1000< 160 ?

yes - no

Test suspension

C (sum of values Vc) 476
Number of Weighted mean Xym=--- = .
:S:;ension Dilution | colonies on the Vel | Vez (n1+0,1n2)x10° (2+0,2)x10*
i plate %wm= sum of values (Vc) 476 : 2,2 x 10 =
2,16 x 107
10° 204 200 204 | 200 | !EN=7,33
10°® 35 37 35 37 le7,17< 1lgN< 7,707 yes - no
Test C (sum of values Vc) 476
Numb f i ”
suspension Dilution ulm e th vel | ve2 Weighted mean Rum = ------r--mmremmremmmmeen = coemoeee =
No =N/10 i “<ve (n1+0,1n2)x10°5 (2+0,2)x10°
plate %wm = sum of values (Vc) 476 : 2,2 x 1075 =
2,16 x 107
10° 204 200 204 | 200 | '8No=6,33
10°® 35 37 35 37 |Jes,17<IgNo<6,70? vyes - no
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Test

lg Na=lg IgR = Contact
Na=meanX | (X or %wm)x | lg No-IgNa time
. H h .
Concentration Dilution Number of cfu vel Vel or WEH% ted 10 (min)
of product on plate mean Xwm X lg No =
{%) 10 6,33
10° 148 136 148 136
10t 12 9 <14 <14
102
0,75 1420 3,15 3,18 15
10
10
10
10° >165 140 | »165 | 140
10t 16 30 16 30
107
0,5 4600 3,66 2,67 15
10°
10
10

Explanations:

Ve = number of cells on 1 ml (one or more plates), X= mean Ve a Ve (1. + 2. duplicate determination);

Na =number of viable cells on 1 ml at the end of the contact time

N = test suspension; No = N/10 =number of cells on 1 ml in test suspension at the beginning of contact time
(time=0);

Nve = Nv/10 = number of cells on 1 ml in validation suspension at the beginning of the contact time(time= 0);
Nw= number of cells on 1 ml in validation suspension for the control neutralizer (B);

% wm = weighted mean %; R =reduction (g R = Ig No - Ig Na).

Calculations:

Reduction of Aspergillus brasifiensis CCM 8222 is after the contact time 15 minutes in logarithmic
orders:

For 0,75 %: IgR=IgNo-IgNa= 6,33-3,15= 3,18

For 0,5 %: lgR=IgNo-lgNa= 6,33-3,66= 2,67
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Annex to the protocol n. 4: 11/DP/16

According to procedure SOP 3039 - CSN EN 13624 - Quantitative suspension test for the evaluation
of fungicidal or yeasticidal activity in the medical area — Test method and requirements (phase 2,

step 1)

Name of the product:
Manufacturer;
Storage conditions:
Solvent:

Number plates:
Neutralizer:

Tested concentrations of product:
Contact time:

Stability and appearance

of the product during tests:

Test temperature:
interfering substance:

Test organism:
Temperature of incubation,
time of incubation:

Date of test:

Processed by: Mgr. Pavlina Hradska, Irena Willerthova
Checked by: RNDr. Erich Pazdziora, CSc.

Preparation of the fungal test suspension

Desam effekt +

Schulke s. r. 0.

-10° Cto +30°C

hard water

2x1ml

Polysorbate 80 30 g/I+ lecithin 3 g/I+
Sodium thiosulphate 5 g/l + L-histidin 1g/I
2%,1%,0,75%,0,5%,0,1%

15 minutes

clear to milky solution, formation of precipitates in 1 % and
0,5 % test mixture and validation C

24°C

bovinne albumin 3 g/l + sheep erythrocytes 3ml/ | in diluent
Aspergillus brasiliensis CCM 8222

30°C, 48 h :
13.6. 2016 /

Yoslt! fA——

Signature: .

Sl R 100 | 100 | 102 | 10® | 10% | 10° | 10° | 107 | 10°
suspension

Number >330 >330 >330 >330 >330 144 200 - -

of colonies on plate 1

Number >330 >330 >330 >330 >330 11 15 = -

of colonies on plate 2

The presence of mature conidiospores of Aspergillus brasiliensis was more than 75 % in conidiospore

suspension.
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Validation and controls:

Validation suspension Nvo Control of the experimental Neutralizer toxicity Dilution- neutralization
(Nv) conditions (A) control (B) control (C ):
Number of Vel Vc2 | Number of Vel | Ve2 Number of | Vel | Vc2 | Number of | Vel | Ve2
colonies on colonies on colonies on colonies on
the plate the plate the plate the plate
27 48 27 48 | 33 43 33 43 44 56 44 56 | 40 53 40 53
Arithmetic mean Arithmetic mean Arithmetic mean Arithmetic mean
Vel+Ve2: Vel+Ve2 Vel+ Ve2 Vel+ Ve2
=375 X =38 % =50 X =46,5
Is30<XzNvo<1607? IsxzA20,5x%xzNvo? JeXzB=0,5xXzNvo? lexzC205x%zNvo?
yes - no yes - no yes - no yes - no
Validation suspension Nvs 43 | 52 43 52
{validation suspension for the control neutralizer B)
Arithmetic mean Vcl+ Vc2
X =47,5
Is 30 <% z Nvs/1000< 160 ? ves - no
Test suspension
C (sum of values Vc) 370
= Number of Weighted mean Xym = -------=--=-=smmmmmnnev = —meeee-
= Dilution | colonies on the Vel | Ve2 (n1+0,1n2)x10® (2+0,2)x10°
suspension -
N plate ¥wm = sum of values (Vc) 370:2,2 x10° =
1,68 x 107
10° 144 200 | 144 | 200 | lgN=722
10 11 I5 11 15 | Je7,17< IlgN< 7,70? yes - no
Test _ i Nuirber if Weighted mean x C (sum of values Vc) 370
suspension ilution : L T EEEmms =
No =N/10 colonies on the Vel | Ve2 (n1+0,1n2)x10° (2+0,2)x10°5
plate %wm = sum of values (Vc) 370 : 2,2 x 10° =
1,68 x 107
10° 144 200 | 144 | 200 | 18 No=6,22
10°® 11 15 11 15 | Je6,17< IgNo<6,70? yes - no
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Concentration
of product
(%)

Dilution

Number of cfu
on plate

Vcl

Vc2

Na = mean X

or

weighted

mean Xwm X

10

lgNa=Ig
(% or Xwm) x
10

lgR=
Ig No- IgNa

lg No =
6,22

Contact
time
(min)

10°

<14

<14

10!

<14

<14

10

10

10

100

<140

<2,15

>4,07

15

10°

<14

<14

10

<14

<14

102

10°

10°

10°

<140

<2,15

>4,07

15

0,75

10°

20 9

20

<14

10

<14

<14

107

107

10

10

<170

<2,23

>3,99

15

0,5

10°

43 50

43

50

10

12 10

<14

<14

102

107

100

107

465

2,67

3,55

15

0,1

10°

>165 >165

>165

>165

10

>165 >165

>165

>165

10

100

100

10

>16500

4,22

15

Explanations:

Ve = number of cells on 1 ml (one or more plates), X= mean Va a Ve (1. + 2. duplicate determination);
Na =number of viable cells on 1 ml at the end of the contact time

N = test suspension; No = N/10 =number of cells on 1 ml in test suspension at the beginning of contact time

(time=0);

Nvo = Nv/10 = number of cells on 1 ml in validation suspension at the beginning of the contact time(time= Q);

Nw= number of cells on 1 ml in validation suspension for the control neutralizer (B);
% wm = weighted mean %; R = reduction (Ig R =1g No - Ig Na).
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Calculations:

Reduction of Aspergillus brasiliensis CCM 8222 is after the contact time 15 minutes in logarithmic
orders:

For

For

For

For

For

2 %:
1 %:
0,75 %:
05 %:

01 %

lgR=IgNo—-IgNa= 6,22- 2,15= >4,07
lgR=IgNo—-IgNa= 6,22- 2,15 =>4,07
lgR=IlgNo—-IlgNa= 6,22-2,23= >3,99
lgR=IgNo—-IgNa= 6,22-2,67= 3,55

lgR=IgNo—-IlgNa= 6,22-4,22= 2
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Annex to the protocol n. 5: 11/DP/16

According to procedure SOP 3039 - CSN EN 13624 - Quantitative suspension test for the evaluation
of fungicidal or yeasticidal activity in the medical area — Test method and requirements (phase 2,

step 1)

Name of the product:
Manufacturer:
Storage conditions:
Solvent:

Number plates:
Neutralizer:

Tested concentrations of product:
Contact time:

Stability and appearance

of the product during tests:

Test temperature:
Interfering substance:

Test organism:
Temperature of incubation,
time of incubation:

Date of test:

Processed by: Mgr. Pavlina Hradska, Irena Willerthova . a./GE <
Checked by: RNDr. Erich Pazdziora, CSc.

Preparation of the fungal test suspension

Desam effekt +

Schulke s. r. 0.

-10° C to +30°C

hard water

2x1ml

Polysorbate 80 30 g/I+ lecithin 3 g/I+
Sodium thiosulphate 5 g/l + L-histidin 1g/I
0,5 %, 0,25 %, 0,1%, 0,05%, 0,01 %

5 minutes

clear to milky solution, formation of precipitates in

0,5 % test mixture and validation C

24°C

bovinne albumin 3 g/l + sheep erythrocytes 3ml/ | in diluent
Candida albicans CCM 8215

30°C,48h
13.6. 2016

/ﬁ?(/t"'“/

Signature:

e

Sl Gr Py 10° | 10t | 1207 | 10% | 10 | 105 | 10% | 107 | 10°
suspension

Number >330 >330 >330 >330 >330 300 40 = =

of colonies on plate 1

Number >330 >330 >330 >330 >330 260 45 % =

of colonies on plate 2
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Validation and controls:

Validation suspension Nvo

Control of the experimental

Neutralizer toxicity

Dilution- neutralization

(Nv) conditions (A) control (B) control (C):

Number of Vel Vc2 | Number of Vel | Ve2 Number of | Vel | Ve2 | Numberof | Vel | Ve2
colonies on colonies on colonies on colonies on

the plate the plate the plate the plate

128 176 128 176 | 90 100 90 100 115 | 112 115 | 112 | 124 | 132 124 | 132

Vel+Ve2:
®=152

Arithmetic mean

Arithmetic mean
Vel+Ve2
X =95

Arithmetic mean
Vel+ Ve2
%¥=113,5

Arithmetic mean
Vel+ Ve2
X =128

yes - no

Is30<%xzNvo<£1607?

IsxzA20,5x%zNvo?
yes - no

JexzB205x%zNvo?
yes - no

JlexzCz20,5x%zNvo?
Yes - no

Validation suspension Nvs
(validation suspension for the control neutralizer B)

140 | 148 | 140 | 148

Arithmetic mean Vcl+ Vc2

X =144

Is 30 £ % z Nva /1000< 160 ?

Yes - no

Test suspension

C (sum of values Vc) 645
el Number of Weighted mean &wm = --------m--smmmmmmemmenean R
= ; Dilution | colonies on the Vel | Ve2 {n1+0,1n2)x10° (2+0,2)x107
suspension : - =
N plate Xwm=sum of values (Vc) 645:2,2 x10° =
2,93 x 107
10° 300 260 | 300 | 260 | lgeN=746
10 40 45 40 45 | Je7,17<1gN< 7,70? yes - no
Test . it Nutribar 6f Weighted mean (_Z(sum of values Vc) _645 )
suspension ilution " wm = == = =
No =N/10 colonies on the Vel | Ve2 (n1+0,1n2)x105  (2+0,2)x10°
plate %wm = sum of values (Vc) 645 :2,2 x 107° =
2,93 x 107
10° 300 260 | 300 | 260 | lgNo=6,46
10° 40 45 40 | 45 | Je6,17<IgNo<6,70? vyes - no
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Test

Concentration
of product
(%)

Dilution

Number of cfu on
plate

Vel

Ve2

Na = mean
X or
weighted
mean Xwm X
10

lgNa=Ig(x
Or Xwm) X
10

lgR=
lg No- IgNa

lg No =
6,46

Contact
time
(min)

0,5

10°

<14

<14

10*

<14

<14

10

100

100

10°

<140

<2,15

>4,31

0,25

10°

<14

<14

101

<14

<14

102

10

10

10

<140

<2,15

>4,31

01

10°

160 136

160

136

10

19 32

19

32

102

10

10

10

1570

3,20

3,26

0,05

10°

>330 >330

>330

>330

10!

>330 >330

>330

>330

102

10

10

100

>33000

>4,52

<1,94

0,01

100

>330 >330

>330

>330

10!

>330 >330

>330

>330

107

10

10

10

>33000

>4,52

<1,94

Explanations:

Ve = number of cells on 1 ml (one or more plates), X= mean Va a Ve (1. + 2. duplicate determination);

Na =number of viable cells on 1 ml at the end of the contact time
N = test suspension; No= N/10 =number of cells on 1 ml in test suspension at the beginning of contact time

(time=0);

Nvwo = Nv/10 = number of cells on 1 ml in validation suspension at the beginning of the contact time(time= 0);

Nw= number of cells on 1 ml in validation suspension for the control neutralizer (B);
X wm = weighted mean X; R =reduction (lg R =Ig No - Ig Na).
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