HAMILTON

ENCLOSURE No. 2 TO REPORT OF ANALYSIS NO. 115112/19/CGDA

A) IDENTYFICATION OF THE SAMPLE:

Name of the product HYGIENE OF SWEDEN DISINFECTANT
Batch number: BN022
The active substance Not indicated
Aspect of the dilutions of the Liquid
product
B) TEST METHOD :
Performed in accredited UNE- EN-14476:2014+A1:2015- Virucidal quantitative suspension test
subcontracted partner for chemical disinfectants and antiseptics used in human medicine.
laboratory: Scope of Test method and requirements (phase 2, step 1) AENOR

Accreditacion Nr 648/LE1286
C) EXPERIMENTAL CONDITIONS:

Product test concentrations 80%, 50%, 0,1%

(%V/V)

Assay period 18/03/2019 - 11/04/2019

Contact time 5 minutes.

Titration method TCIDso (Tissue culture infective dose 50%)
Solvent of the product used in Sterile distilled water

the assay

Contact temperature 20°C+1°C

Procedl.Jr_e to stop product Molecular sieving

cytotoxicity

Pro.csedure to stop product Cooling with ice

activity

Interfering substance Clean conditions (0,3g/L bovine serum albumin)

Identification of the origin of Norovirus aliquot: 18/05/17 passage 2
viral strains and number of
passes

Cell lines (name, origin, number | Raw 264.7, Public health England, working aliquot 13, passage 9 and
of passes and culture medium) 11.
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HAMILTON

ENCLOSURE No. 2 TO REPORT OF ANALYSIS NO. 115112/19/CGDA
Validation of assay results

Murine norovirus (strain 599 Berlin)

Titre of the viral suspension for the virus control (5 minutes):
®  Clean conmditions. ..o oot log 1075
Cytotoxicity 1evel (80%). ..o irrireeeeeeeceeeee e e JOg 10707

Maximum level of virus mnactivation detectable (difference between the titre of the wviral

suspension and the cytotoxicity level):
e Clean conditions...........coooveeieeeiiesiii e Jog 10784

Reference test (formaldehyde 1.4%)
Cytotoxicity level of formaldehyde 0.7%....covvivniiiiiiiieiiiiieieeiieeeneeeiinienn. log 10792

Viral quantification in the reference test (formaldehyde) after 60 minutes and with

MUring NOTOVAITS .....vvvvierenerenersoreerneesseeesnsesseesnesssiesssssnsesessmneeens.dog 10971
Confidence interval
Title of virus with 95% confidence interval with Murine Norovirus (5 nunutes)
0 Clean COMTREORS o v s S T R s e S R log 10891=030

Reduction with the confidence mterval of 95 % ....ooovviiiiieinvnnen.......See table 1.
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HAMILTON

ENCLOSURE No. 2 TO REPORT OF ANALYSIS NO. 115112/19/CGDA
Sensitivity of cells to virus

e Viral quantification of Murine Norovirus with cells not treated with "Hygiene of

W OB CMIIT™ oo oot o 30w S 0K S 0 s S .JoglQ-%
e Viral quantification of Murme Nﬂrm'uus w 1t11 ceIIs neqted w 1’r11 the ' HVEIEHE of
Swoden disinfeetant™ .o issani i minssasinssnrasnaJogl B

Note: only can be used to determune the infectivaty of cells, those dilutions which: a) show a
low degree of cellular destruction (< 25% of cell monolayer) and b) produce a reduction of the
title of the virus <1logio.

Control of the effectivity of the disinfectant detection activity

e Viral quantification of Murine Norovirus after 30 minutes on bath ice without exposing
thevims to the " Hypiene of Sweden dissifectinh?..... ... amsiimismimmisssinmiss log10-*32

e Viral quantification of Murine Norovirus exposing the virus to " Hygiene of Sweden
disinfectant " and incubated 30 minutes ontee bath..............oo log104%

Note: The difference between decimal logarithm of titre without exposing the virus to the
product and of the test suspension should be <0.5

Special remarks

The product is tested at 80%;: 50% and 0.1%. The highest concentration that can be
tested 1 the test 1s 80%. because of the mixtures made during the test.

All controls and validation were between the basic limits.
One concentration at least showed a log reduction less than 4 log.
One concentration at least showed a log reduction higher than >4 log.
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HAMILTON

ENCLOSURE No. 2 TO REPORT OF ANALYSIS NO. 115112/19/CGDA

Assay results
Description

The disinfectant product Hvgiene of Sweden disinfectant, batch BN022, under clean
conditions. diluted at 80% and 50% and during 5 minutes of exposure. shows virucidal
activity against Murine Norovirus, with a reduction = 6.41 £ 0.30 TCIDsp diluted at
80% and a reduction 5.59 = 0.47 TCIDsp diluted at 50%. when the activity 1s assayed
according with the UNE-EN 14476:2014 + A1:2015 guideline.

The disinfectant product Hyvgiene of Sweden disinfectant, batch BN022, under clean
conditions. diluted at 0.1% and during 5 minutes of exposure. does not show virucidal
activity against Murine Norovirus. with a reduction 0.17 = 0.45 TCIDso. when the
activity 1s assayed according with the UNE-EN 14476:2014 + A1:2015 guideline,

Tables of results and graphics

See tables 1 and 2 and figure 1.

Conclusion

The disinfectant product Hygiene of Sweden disinfectant, batch BN022. under clean
conditions (0.3 gL BSA). diluted at 80% and 50% and during 5 minutes of exposure.
shows virucidal activity against Murine Norovirus when the activity is assayed according
with the UNE-EN 14476: 2014+ Al: 2015 guideline, with deviations: due that the test has
been performed not strictly following the guideline recommendations with respect to the
viruses assayed.

Note 1: The results obtained correspond to the product received in this Iaboratory.
Note 2: The mformation that depend on the information received from the client and are not facilitated by
the same one. shown as "not provided”.
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ENCLOSURE No. 2 TO REPORT OF ANALYSIS NO. 115112/19/CGDA

Table 1. Results of activity of the Hvgiene of Sweden disinfectant, batch BN022, with
Murine Norovirus. strain S99 Berlin. under clean conditions:

Reduction with
| Cytoto- | logie TCIDsp after. ... | the confidence
Product C‘T.“E‘ I”tgrff“ﬂg xicity interval of 95
tration® | substance | _ 3 o after
0 5| 30 60 5 mimites
80%% 0.3 - |030] - - =641=030
Hygiene of
Sweden 0% |03gLBSA| 05 - |132] - - 550+047
disinfectant
0.1% 0.3 - |6.74| - - 017+043
0.7% -
Formaldehyde (pv) PBS 0.3 - - |241) 091 NA
Virus control NA |3gLBSA| NA (700|691 NE | NE NA
Virus control 0.7% - |- -
Formaldehyde ®v) PBS 03 |508|NE|NE| 35350 NA

Control of sensitivity of cells to virus (difference between decimal loganthm of titre using treated
and untreated cells) ... ... loglo®¥

Control of the effectiveness of the disinfectant detection activity (difference between decimal
logarithm of titre without exposing the virus to the product and of the test suspension). ... logl0™*

MNA: not applicable; NE: not realized

Times recommended by Guideline for surfaces: maximum 5 or 60 minute

Times recommended by Guideline for mstruments: maxinmim 60 minute

Times recommended by Guideline for Hygienic treatment of hands by friction and hygienic
handwashing: between 30 or 120 seconds

PBS: phosphate buffered saline; BSA: bovine serum albumin.

Virucidal activity exists when the titer of vimus shows a reduction =4 log.

* see Special remarks to understand the values of these concentrations.
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ENCLOSURE No. 2 TO REPORT OF ANALYSIS NO. 115112/19/CGDA

Table 2. Results of the activity of the Hygiene of Sweden disinfectant, batch BN022, with
Murine Norovirus strain S99 Berlin (Assay of titration with 12 wells), under clean conditions:

Dilutions (log10)*®

: Time of
Concen- | Interfering contact 1 2 3 4 5 6 7 8
Product tration * | substance - =
(min)

(000 Q000 0000 0000 Q000 0000 0000 0000
80% 5 0000 Q000 0000 0000 Q000 0000 0000 0000
. (000 Q000 0000 0000 Q000 (000 0000 0000
H} glene of 0033 2001 0000 0000 Q000 0000 0000 0000
Sweden S50%% 03 g."'L BSA 5 3333 Q000 0000 0000 Q000 0000 0000 0000
disinfectant 3030 CIF?DCI 0000 0000 Q000 0000 0000 0000

4444 4444 H44 3333 0323 | 0000 | 0000 0000
0.1% 5 4444 4444 H44 3334 3333 ) 2202 | OO0 Q000
4444 Hid 3222 3333 | 0100 | OO0 0000

0000 (000 0000 | 0000 0000 0000

0000
Cytotoxicity 80% NA NA 0000 | 0000 | 0000 | 0000 | 0000 | 00OO | 000D | 0000
0000 | 0000 | 0000 | 0000 | 0000 | 0000 | 0000

4444 4444 4444 4444 4444 4444 0032 0000

0 4444 4444 4444 4444 4444 4444 0220 0000

L 4444 4444 4444 4444 4444 4444 2200 0000
Virus control - 03 gL BSA

NA = 4444 4444 4444 4444 4444 4444 0003 0000

5 4444 4444 4444 4444 4444 4444 3030 0000

4444 4444 4444 4444 4444 4444 3300 0000

4444 0322 0000 0000 Q000 0000 0000 0000

30 4444 1212 0000 0000 0000 0000 0000 0000

Fﬂmldeh}'d& 4 2222 0000 0000 Q000 0000 0000 0000

v S
0.7 (@) PBS 0000 0ooo 0000 0000 | 0000 | OO0 0000

Q000 00O 0000 Q000 [ 0000 | 0000 Q000
2 Q000 0000 0000 Q000 [ 0000 | 0000 0000

Control of 0000 | 0000 | 0000 | OO0 | 0000 | 0000 0000

folmaldehyde 0.7 (p/v) FBS NA 0000 | 0000 Q000 | 0000 | 0000 | OO0 0000

4444
0032
60 0202
0200
0000
0000
cytotoxicity 0000 | 0000 | 0000 | 0000 | 0000 | 0000 | 0000 | 0000
44
4444
4444
44
4444

4444 4444 ) 4444 0330 | 0000 | OO0 0000
4444 4444 ) 4444 3333 ) 2202 | OO0 0000
Virus control 4444 444 ] 4444 3333 | 0000 | OO0 0000
4444
4444
4444

folmaldehyde 0.7 (p/v) EBS

4444 ) 4444 0220 | 0000 | OO0 0000
4444 | 4444 3333 | 2012 | QOO0 0000
444 | 4444 3303 | 0000 | OO0 0000

&0
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ENCLOSURE No. 2 TO REPORT OF ANALYSIS NO. 115112/19/CGDA

CCCC | CCCC | CCCC | CCCC | Q0CO | 0000 | 0000 QOO0

o C;éft::t Ccce | ccce | coec | cooc | cocc | 00co | 0000 | 0000
Sensitivity control | o\ NA CCCe | ccce | coec | cooc | occo | 0coo | 0000 | 0000
of cells to virus . o Cells | CCCC [ €CCC [ceec [occc | 0000 | 0000 | 0000 | 0000

od CCCC | CCCC | CCCC | CCCC | CCCO | 0000 | 0000 QOO0
treat CCCC | CCCC | CCCC | CCCC | CO00 | 0000 | 0000 Q000

Without | ccec | ccee | coece | ceee | ococ | oooo | oooo | oooo
Effectiveness H}S@E’jﬁnﬂf ccec | cocc | coce | ccce | cocc | ooco | o000 | 0000
control of the fomee= | CCCC | €CCC | CCCC | CCCC | €OCO | 0C00 | 0000 | 0000

- NA |03 ¢/L BSA =
disinfectant . With | ccec | ceec | cece | coce | oooc | oooo | oooo | o000

detection activity Hymeneof | CCCC | CCCC | CCCC | CCCC | COCO | 0000 | 0000 | 0000
gomece | ccce | cece | ccee | ccoc | cooo | C000 | 0000 | 0000

a): 1 to 4, virus present and grade of cytopathic effect in 12 units of cellular culture, or grade of cellular lesions
i the cytotoxicity assay.

C = cytopathic effect with presence of virus (in this case and according to suideline does not take into account
the degree of cytopathic effect only. the presence or absence of the same).

{ = no virus present or absence of cellular lesions 1n the cytotoxicity assay; NA:- not applicable; NE: not realized;
BSA: Bovine serum albumin; PBS: phosphate buffered saline.

sec: seconds; mun: minute

*: see Special remarks to understand the values of these concentrations.
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ENCLOSURE No. 2 TO REPORT OF ANALYSIS NO. 115112/19/CGDA

Figure 1. Results of the activity of the product Hygiene of Sweden disinfectant, batch
BN022. at 80%. 50% and 0.1% concentration under clean conditions with Murine Norovirus
strain S99 Berlin.
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