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Test description

Product name: «Hydrogen peroxide 30-40%»
Sample number: 162

Batch number:

Manufacturer: Sanayi A.S., Turkiye
Manufacturer date:

Date of delivery:

Storage conditions:

Room temperature

Date of order:

Test date:

October 09, 2024- October 15, 2024

Basis:

EN 13727:2012+A2:2015: Chemical disinfectants and antiseptics -
quantitative suspension test for the evaluation of bactericidal activity in
the medical area - test method and requirements (phase 2, step 1)

EN 13624:2022 (EN 13624:2021 IDT): Chemical disinfectants and
antiseptics - Quantitative suspension test for the evaluation of fungicidal
and yeasticidal activity in the medical area - test method and
requirements (phase 2, step 1)

Test organisms:

Pseudomonas aeruginosa ATCC15442
Enterococcus hirae ATCC 10541
Staphylococcus aureus ~ ATCC 6538

Escherichia coli K 12 NCTC 10538
Candida albicans ATCC 10251
Aspergillus brasiliensis ~ ATCC 16404

Test solution:

8 %3 Y%, 0.3 ¥

Odour:

Appearance:

clear, slightly turbid liquid

Appearance of test solutions:

colourless, turbid solutions

Active ingredients in 100 g:

Hydrogen peroxide 30-40 g

Neutralizer:

3 % Tween 80 + 3 % Saponin + 0.1 % Histidin + 0.1 % Cystein
(Neutralizer II)

Interfering substance:

0.03 % albumin (clean conditions)

Test temperature:

20H°C

Incubation temperature:

36+ 1 °C (C. albicans, A. brasiliensis - 30 + 1 °C)
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Test Method

Testing is based on the European Standards EN 13727 and EN 13624.
Validation and control procedures are therefore carried out in accordance with
those standards, too.

For the test, to a sample of the product «Hydrogen peroxide 30-40%»
(diluted with hard water if necessary) is added to a suspension of test organisms in
a solution of the interfering. The mixture is maintained at 20+l °C for the required
contact time. At the end of the contact time, an aliquot of 1 ml is taken; the
microbicidal activity in this portion is immediately neutralized. Two 1 ml samples
(per dilution step) of the resulting suspension are spread on at least 2 plates each.
The number of surviving test organisms in the test mixture is calculated for each
sample and the reduction is determined with respect to the corresponding test
suspension No.

The experimental conditions (control A), the non-toxicity of the neutralizer
(control B) and the dilution neutralization method (control C) are validated in
accordance with the EN 13727 or EN 13624, respectively. The test is performed
under clean conditions (0.03 % albumin) using Pseudomonas aeruginosa
ATCC15442, Enterococcus hirae ATCC 10541, Staphylococcus aureus ATCC
6538, Escherichia coli K 12 NCTC 10538, Candida albicans ATCC 10231,

Aspergillus brasiliensis ATCC 16404 as test-organisms. Results are presented in
tables 1 - 6.




Results

According to the EN 13727 the product «Hydrogen peroxide 30-40%»
applied at a concentration / contact time - relation of at least 3 % -.30 min; 3 % -5
min possesses bactericidal efficacy (logio R > 5) at 20 °C under clean conditions
for reference strains Pseudomonas aeruginosa ATCC15442, Enterococcus hirae
ATCC 10541, Staphylococcus aureus ATCC 6538, Escherichia coli K 12 NCTC
10538, (Tab. 1. - 4).

According to the EN 13624. the product «Hydrogen peroxide 30-40%»
applied at a concentration/contact time - relation of at least 3 % - 30 min; 3 % - 15
min possesses yeasticidal efficacy (logio R > 4) at 20 °C under clean conditions for
reference strain Candida albicans ATCC 10231, Aspergillus brasiliensis ATCC
16404 (Tab. 5-6).

Results are validated in accordance with the requirements of the EN
13727:2012+A2:2015 and the EN 13624:2022 (EN 13624:2021 IDT), respectively.
As outlined above, results thereby also comply with EN 13727:2015 requirements.




Table 1. Results of the quantitative suspension test according to EN 13727

Date: October 09, 2024 Order pumber: 7
Product: «Hydrogen peroxide 30-40%) Sample number: (162
Test organism: . Staphylococcus aureus ATCC 6538 Lot number:
ce: | 0.03 % albumin
Incubation temperature: ; 36+1°C Neutralizer: 11
Test suspension (N,): 4.30%10  c¢fu /ml (7.63 log) Incubation time: 24 h-48h
Validation Suspension (N,): 5.35*%10%cfu/ml (2.73 log) Test temperature: 20+ 1 °C
contact time: 5 min
concentration dilution cfu/ cfu/ | cfu/ | cfu/ Vel vz [logNa| log R
plate 1 plate 2 | plate 3 | plate 4
50, 1 ml (10°) 0 0 0 0 | <14 <14 | <215 |>5.49
i 1 mi(107) 3 0 0 0 <14 <14
- 1 ml (10% 3 0 1 <14 | <14 | <2.15 | >5.49
- 1 ml(107) 5 0 2 <14 | <14
= 1 ml (10%) >330 | >330  >330 >330 | >660 >660
0.3% 1 ml (107 >330 | >330  >330 >330 | >660 >660 | >4.82 <2.81
contact time: 30 min
concentration dilution cfu/ cfu/ cfu / cfu/ Vel Va2 |logNa| log R
plate 1 plate 2 | plate 3 | plate 4
= 1 ml (10") 0 0 0 0 <14 <14 | <2.15 | >5.49
3 1 ml(107) 0 0 0 0 <14 <14
- Iml(10) | 1 0 0 0 <14 <l4 | <2.15 | >5.49
] Iml(10) | 1 2 0 1 <14 | <14
g Iml(10°) | >330 | >330 >330 >330 >660  >660
0.5% 1ml(107) | >330 | >330 >330 >330 >660 >660 | >4.82 | <2.81

Validatien and Controls

Validation - Suspension Experimental condition Neutralizer control (B) Method validation (C);
(N,.) control (A) Product concentration: 5 %
di/plwc| wd X cfu/plate 1| Ve | X cfu/plate 1| Ve | X Bl e Vel X
1&2 &2 &) &2
1 R4 | 27 B1 ___Fa |56]| 52 |108 Vo | 62 |61 123 Vo | 31 |25 )56
2 PO 26 | 361 o [49] 55 (104|106 ¥, 59 g5 [125|124 [V, | 33 [35 [gg| 2
30 < FNvo< 140 A >055Nvo? |z B> 0.5% Nvo? £C>05% Nvo?
X yes n “ves [ Ino D<Iyves  [Tno DMves [ Ino




Table 2. Results of the quantitative suspension test according to EN 13727

Date: October 09, 2024 Order number: @
Product: «Hydrogen peroxide 30-40%> Sample number: |162
Test organism: | Enterococcus hirae ATCC 10541 Lot number:
Interfering substance: | 0.03 % albumin
Incubation temperature: 36x+1°C Neutralizer: 1T
Test suspension (N,): 6.60%10" cfu /ml (7.82 log) Incubation time: 24 h-48h
Validation Suspension (N,): 1.35*10%cfu/ml (3.13 log) Test temperature: 20+ 1 °C
contact time: 5 min
concentration dilution cfu / cfu / cfu/ cfu / Vel vee |logNa| logR
plate 1 plate 2 | plate 3 | plate 4
- 1ml (10%) 0 0 0 0 <14 <14 | <215 | >5.67
) 1 ml (107) 0 0 0 0 <14 <14
- 1ml (10°) 2 1 1 2 <14 | <14 | <215 | >5.67
) 1ml(107) 1 3 1 2 | <14 [ <14
N 1 ml (10°) >330 | >330 >330 >330 | >660 >660
03" 1ml (107) >330 | >330 >330 >330 | >660 >660 | >4.82 | <3.00
contact time: 30 min
conceniration dilution cfu / cfu/ cfu/ cfu/ Vel vz |logNa | log R
plate 1 plate 2 | plate 3 | plate 4
- ml (10") 0 0 0 0 <14 <14 | <2.15 | >5.67
— §F 1mi@o) 0 0 0 0 <14 <14
- ml (10°) 0 0 0 0 <14 <l4 | <2.15 | >5.67
i } ml (107) 1 1 1 2 <14 | <14
- ml (10°) >330 | >330  >330 >330 | >660 >660
ek mi (107) >330 | >330 >330 >330 | >660 >660 | >4.82 | <3.00
Validatien and Controls

Validation - Suspensn

Fxperimental condition

Neutralizer control (B)

Method validation (C);

(N control (A) Product concentration: 5 %
il / plaic g X cfu/plate 1| Ye | X cfu/plate 1| Ve | X ofiy/ plaiz 1 Vel X
1 &2 & 2 &2 &2
34 32 - 53| 55 |108 Va | 54 |51 105 Ve | 42 |39 |81 ‘
- 30 | 3 - 52 50 [102]105[V5 59 |57 [ 116 [MOSIVL [ 44 |45 |go| 87
30 < ¥Nvo< I6IP T A >05%5Nvo?  |¥ B>0.5% Nvo? £C > 0.5% Nvo?
X ves ves [ Ino DIyves [ Ino Mlyes [ Tno




Table 3. Resalls

+f 8¢ guantitative suspension test according to EN 13727

Date: sl _ October 09, 2024 . Order number: 7
Product: Hydrogen peroxide 30-40%> Sample number: |162
Test organism Escherichia coli K 12 NCTC 10538 Lot number:
Interfering substamce 0.03 % albumin
Incubation tem _:-:j ratmre 36=1°C Neutralizer: 11
Test suspension (N, = 166510 cfu /ml (7.20 log) Incubation time: 24 h-48h
Validation Sespemsion N - 2 90=10°cfu/ml (2.46 log) Test temperature: 20+ 1 °C
contact tmme- S min
concentration dilution cfu/ | cfu/ | cfu/ | cfu/ Vo1 v |logNa| logR
plate 1 | plate 2 | plate 3 | plate 4
- m 0 0 0 0 <14 <14 | <2.15 | >5.06
AR m 0 0 0 0 <14 <14
2 m 1 0 0 1 <14 <14 | <2.15 | >5.06
T m 1 2 0 0 <14 | <14
Iy m » >330 | >330  >330  >330 | >660 >660
o3 ml ) >330 | >330 >330 >330 | >660 >660 | >4.82 | <2.38
contact tme: 30 min
concentration dilution cfu/ | cfu/ | cefu/ | cfu/ Vel Vea |logNa| logR
plate 1 | plate 2 | plate 3 | plate 4
=6 ml ) 0 0 0 <14 <14 | <2.15 | >5.06
. mli (10™) 0 0 0 0 <14 <14
3 ml (10°) 0 0 0 0 <14 <14 | <2.15 | >5.06
ml (107) 1 0 0 1 <14 <14
k. mi(10°) | >330 | >330 >330 >330 | >660 >660
e mi(107) | >330 | >330 >330 >330 | >660 >660 | >4.82 | <2.38

Validation and Controls

Validation - Suspension  Experimental condition Neutralizer control (B) Method validation (C);
(Nywo) control (A) Product concentration: 5 %
cfu/plate’ v, X cfu/plate 1| V., | X cfu/plate 1| Vo | X cfu/plate 1|y, | X
1&2 & 2 &2 &2
132 38 7 Ve 44| 42 86 Vo | 51 49 100 Vo | 37 35|72
2 B3 a7 7 ke (4550 |96 NIV 55 o3 128|114 [V | 45 [39 52| 7®
30 < ¥Nvo < 1602 2A 2055Nve? [ B>0.5% Nvo? ¥C20.5% Nvo?
X ves no MXlvyes [ 1no Myves [ Ino Dyes [ 1no




Table & Resules of the guantitative suspension test according to EN 13727

Date: October 09, 2024 Order number: 7
Product: «Hvdrogen peroxide 30-40%» Sample number; (162
Test organism: Pseudomonas aeruginosa ATCC15442  [Lot number:
Interfering substamce: 0.03 % albumin
Incubation temperature: 36=1°C Neutralizer: 11
Test suspension (N, = 1.79%10 cfu /ml (7.23 log) Incubation time: 24 h-48 h
Validation Sespemsion (N, )= 5.60=10"cfu/ml (2.75 log) Test temperature: 20+ 1 °C
contact thme: S min
concentration dilution cfu/ ' cfu/ | cfu/ | cfu/ Vel vez |logNa| logR
plate 1 plate 2 | plate 3 | plate 4
- ' 1m 0 0 0 <14 <14 | <2.15 | >5.08
3 mi 0 0 0 <14 <14
- m 2 2 1 <14 <14 | <2.15 | >5.08
2 ml 3 1 0 <14 | <14
) m >330 | >330  >330 >330 | >660 >660
¢35 m >330 | >330 >330 >330 | >660 >660 | >4.82 | <2.41
contact time: 30 min
concentration dilution cfu/ | cfu/ | efu/ | efu/ | o v |logNa| logR
plate 1 | plate 2 | plate 3 | plate 4
- Imi(10) | O 0 0 <14 <14 | <2.15 | >5.08
] 1 ml(10) 0 0 0 <14 <14
20 1 ml (10°) 0 1 0 <14 <14 | <2.15 | >5.08
: 1ml (107) 1 1 1 <14 | <14
o Iml(107) | >330 | >330 >330 >330 | >660 >660
" Iml(107) | >330 | >330 >330 >330 | >660 >660 | >4.82 | <2.75

Validation and Controls

Validation - Suspension

Experimental condition

Neutralizer control (B)

Method validation (C);

(Nyo) control (A) Product concentration: 5 %
cfu/plae Vv, | X cfu/plate 1| V. | X cfu/plate 1| V. | X cfu/plate 1|y, | X
1&2 & 2 &2 &2
Va [34 36 70 Vel 49| 51 100 Vo | 55 63 118 Vo | 41 35176
Vo B2 |45 88| 7 e |353] 53 1063V 53 51 104 M [V | 43 [47 g B8
30 < xNvo< 160? x A >0.5x¥Nvo? x B>0.,5% Nvo? xC 2>0.5x Nvo?
yes no ves | |no Xyves [ Ino Xlyes [Tno




Table 5. Results of the quantitative suspension test according to EN 13624

Date: October 09, 2024 Order number: |7
Product: «Hydrogen peroxide 30-40%» Sample number: |162
Test organism: Candida albicans ATCC 10231 Lot number:
Interfering substance: 0.03 % albumin
Incubation temperature: 30+£1°C Neutralizer: 11
Test suspension (N,): 2.80%10%fu /ml (6.45 log) Incubation time: 24 h-48 h
Validation Suspension (N,):2.58*10%cfu/ml (3.41 log) Test temperature: 20+ 1 °C
contact time: 15 min
concentration dilution cfu/ | cfu/ | cfu/ | cfu/ Vel vez |logNa| logR
plate 1 | plate 2 | plate 3 | plate 4
59, 1 ml (10 0 0 0 0 <14 <14 [<2.15|>4.30
- 1 ml(107) 1 0 0 0 <14 <l4
19, 1 ml (10%) 2 1 3 0 <14 | <14 | <2.15 | >4.30
- 1 ml (107 2 0 0 2 <14 | <14
s 1 ml (10% >330 | >330  >330  >330 | >660 >660
0.3% 1 ml (107 >330 | >330  >330 >330 | >660 >660 | >4.82 | <1.63
contact time: 30 min
concentration dilution cfu/ | cfu/ | cfu/ | cfu/ Vel ve |logNa| logR
plate 1 | plate 2 | plate 3 | plate 4
so; 1 ml (10°% 0 0 0 0 | <14 <14 |<2.15[>4.30
gty 1 ml (107 0 0 0 0 <14 <14
1 ml (10% 1 0 0 0 <14 | <14 | <2.15 | >4.30
- 1 ml (107 0 2 0 1 <14 | <14
= 1 ml (109 >330 | >330  >330  >330 | >660 >660
0,5% C Iml(107) | >330 | >330 >330 >330 | >660 660 | >4.82 | <1.63
Validation and Controls
Validation - Suspension |[Experimental condition Neutralizer control (B) Method validation (C);
(Nyo) control (A) Product concentration: 5 %
cfu/plate cfu /plate 1 cfu /plate 1 cfu/ plate 1
V ¢
&2 el X 56 Ve | X 2.9 Ve | X &9 Vel X
g1 195 57 112 Ver |56 58 | 114 Ve | 56 60 116 V| 40 |38 (78
. 109 113 121 82
2 |50 | 36 | 106 Voo |60] 52 | 112 Ve 62 |64 126 V| 44 |42 g6
30 < ¥Nvo < 1607 £A >05%Nvo? |5 B>05% Nvo? £C>0.5% Nvo?
ves [ |no DMves [ Ino PXyes [ Tno Xlyes [ Tno
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Table 6. Results of the quantitative suspension test according to EN 13624

Date: October 09, 2024 Order number: |7
Product: «Hvdrogen peroxide 30-40%» Sample number: |[162
Test organism: Aspergillus brasiliensis ATCC 16404 Lot number:
Interfering substance: 0.03 % albumin
Incubation temperature: 30+1°C Neutralizer: 11
Test suspension (N,): 2.51%10°fu /ml (6.40 log) Incubation time: (24 h-48 h
Validation Suspension (N,):2.44*10°cfu/ml (3.39 log) Test temperature: 20+ 1 °C
contact time: 15 min
concentration dilution cfu/ | cfu/ | cfu/ | cfu/ | Ve |logNa| logR
plate 1 | plate 2 | plate 3 | plate 4
50, 1 ml(10) 0 0 0 <14 <14 | <2.15 | >4.25
) 1ml(107) 1 0 0 <14 <14
39, 1ml(10°) | O 1 0 <14 <14 | <2.15 | >4.25
) 1 ml (107 0 0 1 <14 | <14
., 1ml(10% [ >165 | >165 >165 >165 | >330 >330
0,3% 1ml(10Y) [ >165 | >165 >165 >165 | >330 >330 | >4.52 | <1.88
contact time: 30 min
concentration dilution cfu/ | cfu/ | cfu/ | cfu/ Vet vez [logNa| logR
plate 1 | plate 2 | plate 3 | plate 4
50, 1 ml (10°% 0 0 0 0 <14 <14 | <2.15 | >4.25
. 1 ml (107 0 0 0 0 <14 <14
30, 1 ml (10% 0 1 0 <14 | <14 | <2.15 | >4.25
1 ml(107) 0 2 0 1 <14 | <14
R 1ml(10%) | >165 | >165 >165 >165 | >330 >330
0.3% 1ml (10" | >165 | >165 >165 >165 | >330 >330 | >4.52 | <1.88
Validation and Controls

Validation - Suspension

?Experimental condition

Neutralizer control (B)

Method validation (C);

(Nyo) control (A) Product concentration: 5 %
cfu/ plate cfu /plate 1 cfu /plate 1 ctu/ plate 1
X c | X \Y X
1&2 | °¢ & & 2 Ye &2 ¥ &2 ¢
Vo 38 | 36 |74 Vel 36| 32 68 Va | 32 28 60 Vo | 27 |33 1|60
Vo B5 | 3166 0 Mo |30 38 |68 |98 [Vapa Bo | 64| %2 [Val 31 35 6] &
30 < xNvo<160? x A >0.5xNvo? x B>0.5x Nvo? xC>0.5x Nvo?
Dlves [ 1no ves | Ino Ddves [ Ino DXlyes [ Tno
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