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TEST REPORT n. 4/2014/SVU

Virucidal quantitative suspension test for the evaluation of virucidal activity in the medicinal area {phase 2/ step 1)
EN 14476

Customer:
BOCHEMIE a.s.
Lidicka 326

735 95 Bohumin

cZ
Digitally signed by Gritaenco Andrei
Date: 2022.12.26 15:51:24 EET
Order number: 00024884 Reason: MoldSign Signature

Location: Mold
Reference number: ZU/15091/2014 ocatior: Motdova

identification of desinfectant — sample:

Product name: CHIROSAN PLUS

Lot number: 027A140418

Expiration: 4/2016

Producer: Bochemie a.s.

Storage conditions: -10 aZ +25°C

Diluent product recommended by the producer for use; dilution by water

Product appearance: solid, white powder

Activation of solution: 15 min intensive blending

The active substance(s) and its (their) concentration: peracetic acid generated in situ
Purpose of product: instrumentand surface disinfection
Date of delivery of the product: 16.5.2014

Date of test: 22.5.-12.6.2014

Without written consent of the testing laboratory,the protocol shall not be reproduced except in furll. The result of test relate only to the tested sample.
The center of clinical laboratories - testing laboratory n.1554 aceredited accredited accorrding to ISO/TEC 17025, The sample was examined by SOP
Ne.190i



Results - for details see annex

Accordnig to EN 14476 the test product CHIROSAN PLUS, designed for instrument and surface disinfection, diluted
with hard water to 1% demonstrate virucidal activity after an exposure time 60 min, at temperature 20°C+1°C, under
clean (0,3 g/l bovine serum albumin) and dirty conditions (3,0 g/l Bovine serum albumin and 3,0 ml erythrocytes),
using viral titration on cell suspension on a microtitre plate by reduction of reference virus Poliovirus typ 1, strain LScs-
2ab by more than 4 Ig.

Accordnig to EN 14476 the test product CHIROSAN PLUS, designed for instrument and surface disinfection, diluted
with hard water to 0,5% demonstrate virucidal activity after an exposure time 30 and 60 min, at temperature
20°C+1°C, under clean (0,3 g/l bovine serum albumin) and dirty conditions (2,0 g/l Bovine serum albumin and 3,0 ml
erythrocytes), using viral titration on cell suspension on a microtitre plate by reduction of reference virus Poliovirus
typ 1, strain LScs-2ab by more than 4 Ig.

Accordnig to EN 14476 the test product CHIROSAN PLUS, designed for instrument and surface disinfection, diluted
with hard water to 0,1% does not demonstrate virucidal activity after an exposure time 60 min, at temperature
20°C+1°C, under clean {0,3 g/l bovine serum albumin} and dirty conditions (2,0 g/l Bovine serum albumin and 3,0 ml
erythrocytes), using viral titration on cell suspension on a microtitre plate by reduction of reference virus Pofiovirus
typ 1, strain LScs-2ab by more than 4 Ig.

Accordnig to EN 14476 the test product CHIROSAN PLUS, designed for instrument and surface disinfection, diluted
with hard water to 1% demonstrate virucidal activity after an exposure time 60 min, at temperature 20°C+1°C, under
ciean (0,3 g/l bovine serum albumin) and dirty conditions (3,0 g/l Bovine serum albumin and 3,0 ml erythrocytes),
using viral titration on cell suspension on a microtitre plate by reduction of reference virus Adenovirus type 5, strain
Adenoid 75 by more than 4 Ig.

Accordnig to EN 14476 the test product CHIROSAN PLUS, designed for instrument and surface disinfection, diluted
with hard water to 0,5% demonstrate virucidal activity after an exposure time 30 min and 60 min, at temperature
20°C+1°C, under clean (0,3 g/l bovine serum albumin) and dirty conditions (3,0 g/l Bovine serum albumin and 3,0 ml
erythrocytes), using viral titration on cell suspension on a microtitre plate by reduction of reference virus Adenovirus
type 5, strain Adenoid 75 by more than 4 Ig.

Accordnig to EN 14476 the test product CHIROSAN PLUS, designed for instrument and surface disinfection, diluted
with hard water to 0,1% demonstrate virucidal activity after an exposure time 60 min, at temperature 20°C£1°C,
under clean (0,3 g/l bovine serum albumin} and dirty conditions (3,0 g/l Bovine serum albumin and 3,0 ml
erythrocytes), using viral titration on cell suspension on a microtitre plate by reduction of reference virus Adenovirus
type 5, strain Adenoid 75 by more than 4 Ig.

Without written consent of the testing laboratory,the protocol shall not be reproduced except in full. The result of test relate only to the tested sample.
The center of clinical laboratories - testing laboratory n.1554. The sample was examined by SOP No.1901



Conclusion:

According to EN 14476 the test product CHIROSAN PLUS after dilution with hard water to 1% demonstrate virucidal

activity to non — enveloped viruses Adenovirus and Poliovirus under the clean and dirty conditions after exposure time
60 min.

According to EN 14476 the test product CHIROSAN PLUS after dilution with hard water to 0,5% demonstrate virucidal

activity to non — enveloped viruses Adenovirus and Poliovirus under the clean and dirty conditions after exposure time
30 min and 60 min.

According to EN 14476 the test product CHIROSAN PLUS after dilution with hard water to 0,1% demonstrate virucidal
activity to non — enveloped virus Adenovirus under the clean and dirty conditions after exposure time 60 min.

In Ostrava, 13.6.2014

Mgr. Ludimila Porubovd
Guarantor of testing

Without written consent of the testing laboratory, the protocol shall not be reproduced except in full. The result of test relate only to the tested sample.
The center of clinical laboratories - testing laboratory n.1554. The sample was examined by SOP No.1901



Annex to the protocol n.: 4/2014/5VU

Identification of product;
Product name:

Lot number:

Expiratin:

Producer:

Date of delivery of product
Storage conditions:
Diluent reccomanded

by producer:

Product appearance:

The active compound(s)
and its {their) concentration:

Experimental conditions:

Date of testing:
Diluent:

Testing concentration:
Activation of solution:
Appearance of dilution
of the product:
Contact times:

Testing temperature:
Interfering substance:

Stability of mixture during teyting:

Method of filtration:
Test virus:

Proces to stop action of product:

Cell line:
Titration method:

Reference substance:;
Titers calcullated by:

Test detail:

CHIROSAN PLUS
27A140418
412016
Bochemie a.s.
16.5.2014

-10 a +25°C

domestic water
solid, white powder
peracetic acid generated in situ

Quantitative suspension test for the determine of virucidal effect of disinfectant
EN 14476 (SOP n. 1901)

22.5.2014 -12.6.2014

hard water

2%, 1%, 0,5%

15 min intensive blending

after dilution remain in solution small crystals of product

60 in, 30 min only 0,5% solution

20°Ct1°C

clean conditions — 0,3 g/l bovine serum albumin

dirty conditions ~ 3,0 g/l bovine serum albumin (BSA} + 3,0 ml erythrocyte
stable, during 60 min incubation reaction with erythrocytes, change the colour of
solution from red to yellow

none

Poliovirus type 1, strain LSc-2ab (NIBCS), 3.passage, DMEM + 2% FBS
Adenovirus type 5, strain Adenoid 75 (ATCC}, 7.passage, EMEM + 2% FBS
virucidal activity of product is suppressed by transferring the sample into the ice
cold diluent

RD (ATCC), 15. passage, DMEM + 10% FBS

Hela (ATCC), 15.passage, EMEM + 10% FBS

viral titration on cell culture in suspension on the microplate

Formaldehyde {Sigma-Aldrich, £.8. SZBC2290V)

Spaerman — Kirber's method

1. Preparation of tissue culture testing
2. Preparation of the test virus suspension

3. Test infectivity of the virus

4. Titration of the virus with the conditions
5. The cytotoxic effect of the product

6. Reference viral inactivation test

7. Viral inactivacion test of product

8. Control of susceptibility

Without written consent of the testing laboratory,the protocol shall not be reproduced except in full. The result of test relate only to the tested sample.

The center of clinical laboratories - testing laboratory n.1554. The sample was examined by SOP No.1901



1061°0N dO§ Aq pauruexa sem aqdwes ayy. 'sgo4F JHIOSI 01 SuIpLIoose
PANPIINIE PANPILIOR HCCT U AIOFRIONE] Bunsa) - SOLIOTRIOqR] [BAIUI[D JO I2us0 9y ] “0jdEs Paiss Sup 03 ATUo a1e[al 153} JO JnsSal UL 1ing un 3ds3%s paonpoadar ag Jou [[es [oooj0sd i) °AToTRIoqR] SUNS) SY) JO JUSSLOD LAYILIM ITIOUH M

eAOqNIOg ejiwipnT "8 :Aq pasedald

, o . . o N ENLET TV ) sn|d uesoJIyD
T'L pu pru pu | pu . +vsa /2 0'e %1000 - §[|52 jo Aupqndaasng
i ‘pru pu pru ‘pru e'u sibbouphis eru Sad - s||e2 jo 3__5_332“
6 P P P +vsd I/80E i
ard0IAIR
! g ‘pru Pru : B'U ‘eru 0JIUOD SruL
L9 L9 P P 69 +vsa /30 | A
o'y 6'S pru ‘pu | pru S'y séd (Aw) %0 apAyapjew.oy
1 Py L's ‘pru ‘pu ‘pu | pru 6T sERcnp ‘xﬂo SN'ld NYSOYIHD
P +vysa1/30'e
z's 0's ST ST pru pru ) pu 8’7 Sihaospiia %50 SMd NYSOHIHD
P +Vv591/30°€ b
(4] Py 4 Pu pru U | pu 5T S0 %0'T SN1d NYSOWIHD
P +vsd1/30'e
09 o€ 09 0og ST 0t S A
{unw -~ saye jw fP5q 31 "3oly) Ux010340 wa =L UoNEIUIIUC) Ppnpoid
: il (I IREN T :
10128 UOJONPaY Ui - JIYE W /oSaidL 0T Soj 10 |9Aa]
- SUOIIPUOD AMIp ~ gnZ-3$T UiDA3s ‘T 2d/3 snunoijod 01 SN1d NYSOYIHD 1npoud Joy 1583 23 Jo 53YNS34 By U PqeL
. - e . - - . o : snid uesodiyy
SL pu pu pu pu ey vsd /g0 %1000°0 - 5j129 4o Aupgndansng
T°L pru pu Bu pru By vsg /8 €'0 ‘e'u Sgd - 5]|182 Jo Aujigndaeasng
L9 't ‘Ut pPU | 69 e'u vsai/8 €0 e [CIIUOD SNUIA
5y 6's | PuU | ‘pu | 'pu sy sad (nw)es'o apAyapleusiod
v'0 pru £'9 pru pru ‘U | Py ST vsa1/3 €0 %L0 SM1d NYSOHIHD
47 9y 4 ST Py Py Py 5t vsa /8 €D %50 SN1d NVSOYIHD
(47 Pu 57 Pru ‘Pru U opu 8¢ vsal/8 €0 %0T SiNd NVSO:AIHD
09 (413 09 (1} ST 0T G
{ \am. Fory) i Appoiois pi e UoIIEIIUIIUDY) 1Bnpold
—.-_E " .—0“&.“ _E H_—U-_- o_q o JLYELEY] “r__hﬂtﬂu—:
, 101584 uOPONpPaY ujw - aaye W f0SaiDL o1 3o|

SUORIPUOD UeDJd — GOZ-5T UjR.3S ‘T 3dA} sniinojjod 01 SNd NYSOYIHD 1npoad 10} 13} 33 j0 SYNS3J YL T°U 3|qeL




Table 3: Raw date of test for product CHIROSAN PLUS to Poligvirus type 1, strain LSc-2ab — dirty conditions

Dilution (log 10}
Product Concenrtration jpisrierne co'.“ad
substance time 1 2 3 T 4 5 5 7 3
Chirosan plus 1,0% 3g/lBsA 60 min CT | 00000 | 00000 | 00000 | 0O00D
4] U7 + erytrocyty 00000 | 00000 { 00000
Chirosan plus 0,5% 38/1BSA 30 min 00000 | 00000 | 00000 | 00000 | 00000 | 00000 :
P h + erytrocyty 00000 | 00000
Chirosan plus 0,5% 3g/185A 60 min 00000 | 00000 | 00000 | 0O00D | 00000 { 00000 | ooOOCO
- P 270 + erytrocyty 00000
Chirosan plus 0,1% : gfl — 60 min 44444 | 44444 | 444444 | 44444 | 04000 | 00000 | QOOOO | 0OOOD
! + erytrocyty
Cytotoxicity Chirasan 3g/I BSA
a. CT | 00000 | O a. a. a. .a
plus 1,0% + arytrocyty n.a 0000 | 00000 | n.a na n.a n.a
Cytotoxicity Chirosan 3g/IBSA
a. 00 0|0 . a. a.
 plus 0,5% + erytrocyty n.a 000 . 0000 0000 | 00000 | n.a n.a na n.a.
Cytotoxicity Chirosan 3g/IBSA ;
plus 0,1% + erytrocyty n.a. 00000 | 00000 | 00000 | 00000 n.a. n.a. n.a. n.a.
Cytotoxiciiy
7 PBS 2. cT cT a. X A
Formaldehyde 0,7% {m/V) n.a CT | 00000 | na n.a n.a n.a.
30 min CT CcT CcT 44444 | 00004 | 00004 | DO0OO00 | 0000O
0
Formaldehyd e 7% (m/V) PBS
60 min CcT CcT cT 00000 | 00000 | 00000 (00000 | 0000
Susceptibility of cells - 3g/IBSA .
,0001 60 44444 | 44444
PES 0,0001% + erytrocyty min 44444 | 44444 | 44444 | 44444 (01003 | 00000
Susceptibility of cells - 3 g/1BSA .
n.a. 3 44444 | 44444 | 44444
Chirosan plus_ g + erytrocyty 0 min 44444 | 24444 | 24200 | 00000 | 0OOCO
Virus control n.a 3g/1BSA &0 min 44444 | 44444 | 44444 | 44444 | 44044 | 00004 | 00000 | D
.a. +STOETY 0000
Virus control 1,0% 38/1BSA 60 min 44444 | 44444 | 44444 | 44444 | 44444 | 04000 | 00000 | COOCD
i + erytrocyty

1 to 4 virus detectable {1 = 25% CPE, 4 = 100% CPE}
0 no virus/ no cytotoxicity

n.a. not applicable

n.d. not done

CT Cytotoxicologic effect

CPE Cytopathogenic effect

Prepared by: Mgr. Ludmila Porubova

7.0

Without written consent of the testing laboratory,the protocol shall not be reproduced except in full. The result of test relate only to the tested
sample. The centet of clinical laboratory - testing laboratery n. 1554, The sample was examined by SOP No,1901
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Table 4: Raw date of test for product CHIROSAN PLUS to Poliovirus type 1, strain LSc-2ab — clean conditions

Dilution (log 10)

Product Concentration I::::::::: Ct:;:‘a: ; —
-1 -2 -3 -4 -5 -6 -7 -8
Chirosan plus 1,0% 0,3g/IBSA | 60 min CT | 000CO | 00000 | DOOOO | COOOO | 00000 | 0O0CD | 0OCOO
Churosan plus 0,5% 0,3g/IBSA |30 min CT | 00000 | 00000 | OCOOO | OOOCC | OOCOO | ODOOO | Q000D
Chirosan plus 0,5% 0,3g/IBSA |60 min CT | 00000 | COCOO { 00OCO | 00DQO [ 00000 | 0000O | 00OOO
Chirosan plus 0,1% 0,3g/IB5A |60 min 44444 | 44444 | 44444 | 44444 | 41440 | 00000 | 0ODOO | 0OOOO
¢ \ity Chirosan
gﬁ:‘;’tomt’ o 1,0% 0,3g/IBSA | n.a. CT | 0000O | ODO0O | 00000 | n.a. n.a. n.a. n.a.
A
_Prftox'c'ty RHGEL 0,5% 0,3g/IBSA [n.a. CT | 00O0C | 00OOC | 000D0 | n.a. n.a. n.a. n.a
E:’:?tox'c'w Chirosan | ¢ 1o 0,3g/IBSA |na. 00000 | 00000 | 00000 1 00000 | na. | na | na | na
E;::f::c{il:::{de 0,7% {m/V) PBS n.a. cT cT CT | 00000 | n.a. n.a n.a. n.a.
30 min cT cT CT | 44444 | 00004 | 00DOG4 | DOCOO | 000DO
, v
Formaldehyd e 0.7% (m/V) PBS
60 min cT or) CT | 0000C | 00000 | 0OOOC | 0COOC | 00000
Suscaptibility of cells - .
PB3 0,0001% 0,3g/IBSA |60 min 44444 | 44444 | 44444 | 44444 | 44444 | 40330 | 00000 | 00000
& tibility of cells -
Cﬁfjspar" I;I'E‘; ofeelg . 0,3g/IBSA |30min | 44444 | 44444 | 42444 | 44444 | 24444 | 44444 | 00000 | 00000
i
Virus control n.a. 0,3g/1BSA | 60 min 44444 | 44444 | 44444 | 44444 | 44444 | 04044 | 00000 | 00DOO
Vitug contrel 1,0% 0,3g/1BSA |60 min 44444 | 44444 44444 | 44444 | 44444 | 00004 | 00000 | 0OOCO

1 to 4 virus detectable (1 = 25% CPE, 4 = 100% CPE})
@ no virus/ no cytotoxicity

n.a. not applicable

n.d. not done

CT Cytotoxicologic effect

CPE Cytopathogenic effect

Prepared by: Mgr. Ludmila Porubova

Pt

Without written consent of the testing laboratory,the protocol shall not be reproduced except in full. The result of test relate only to the tested

sample, The center of clinical laboratory - testing laboratory n. 1554. The sample was examined by SOP No.1901

Page 7 (10)
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Table 7: Raw date of test for product CHIROSAN PLUS to Adenovirus type 5, strain Adenoid 75 — clean conditions

I Dilution {log 10}
Product Concentration ererine Co?tact L
substance time 1 2 3 4 5 P A g
Chiroszn plus 1,0% 0,3 g/I BSA |60 min CT | 00000 | 00COO | 0000C | DOOOD | DOCOD | 00OCO | OO0OD
Chirosan plus 0,5% 0,3 g/1 BSA |30 min CT | O0OCO | 00000 | 0OUOO | 0OOOOD | OOOOD | 00000 | 00QD
Chrrosan plus 0,5% 0,3 g/1 BSA |60 min 00000 | 00000 | 00000 ( 0CODO | COODO | OODCO | GOOGO | DO00O
Chirosan plus 0,1% 0,3 g/ BSA |60 min CT | 00000 | 0OOOO | 0ODOC | 0OOCO | 0ODCO | COOCO | DO0OO
;:Lt:tam'ty Al 1,0% 0,3g/IBSA [n.a, CT [ 00000 | GOOOD | 0O00D | n.a. n.a. n.a. n.a.
A h

;I"ut ?tox'uw S 0,5% 0,3g/IBSA |na. CT | 00000 | OGOCO | 00000 | n.a. n.a. n.a. n.a.
gl\:::mxmw LT 0,1% 0,3g/IBSA |na. 00000 | 0000C | 000OO | OOODO | n.a, n.a. n.a, n.a.
[T ey 0,7% (m/V) PBS n.a. cT CT | 00000 | QOOOO | n.a. n.a n.a. n.a.
Formaldehyde

30 min cT CT | 44400 | 00000 | Q000 | COOCO | OODCO | 0000
Formaldehyd e 0,7% {(m/V) PBS

60 min cT CT | 00000 | DODOO | QOOOO | GOCOO | 00000 | 0OOOO
g:sscepnbnlity oy 0,0001% 0,3 g/I BSA |60 min 44444 1 44444 | 44444 | 44444 | 33233 | 22021 | 0OCOO | 0OOC

[ Su: ells -

SuscepLbiity.ofells n.a. 0,2 g/ BSA |30 min 44444 | 44444 | 44444 | 44444 | 44444 | 00211 | ooocO | 000OO
Chirosan nlys
Virus control n.a. 0,3 g/I BSA |60 min 44444 | 44444 | 44444 | 44444 | 43444 | 00340 | 20000 | 00000
Virus control 1,0% 0,3 g/l BSA | 60 min 44444 | 44444 | 44444 | 44444 | 44444 | 44303 | 00000 | 0COOD

1to 4 virus detectable {1 = 25% CPE, 4 = 100% CPE}
0 no virus/ no cytotoxicity

n.a. not applicable

n.d. not done

CT Cytotoxicologic effect

CPE Cytopathogenic effect

Prepared by: Mgr. Ludmila Porubové 7\_//

Without written consent of the testing laboratory,the protocol shali not be reproduced except in full. The result of test relate only to the tested
sample. The center of clinical laboratory - testing laboratory n. 1554, The sample was examined by SOP No.1901
Page 9 (10)



Tahle 8: Raw date of test for product CHIROSAN PLUS to Adenovirus type 5, strain Adenoid 75 — dirty conditions

Dilution {log 10}
Product Concentration '::::::::: c'::'::t
_ -1 -2 -3 -4 -5 -6 -7 -8
Chirosar pius 1,0% 3 8/| BSA 60 min CT | 00000 | DOCOO | 0OOCO | 00OOO | 0OOO
I p ,0% + erytrocyty 0 | 00000 | 00000
Chirosan plus 0,5% 3g/1BSA 30 min 00000 | 00000 | 0OOCO | OOQOO | Q000D | 00000 | O
B il + erytrocyty 0000 | 00000
Chirosan plus 0,5% L 60 min 00000 | 00000 | 00OCO | 0COOC | 00000 | 0J000 | DOCOO | 00000
! + erytrocyty
Chirosan plus 0,1% = gll Es 60 min 44444 | 44444 | 444444 | 44444 | 04000 | 00000 | 0OODO | OOOOO
i ! + erytrocyty
Cytotn Chirosan 3 g/I BSA
LA 1,0% 8/ n.a. cr | ooooo | 0oooo |o0000 | na. | na | na | na
plus + erytrocyty
Cytotoxicity Chirosan 3g/1BSA
.a. 000 | 00000 | 00000 a. a. .a.
plus 0,5% + erytrocyty n.a 00000 00000 | na n.a n.a n.a.
Cytotoxicity Chirosan 3 g/ BSA
.a. 00000 a. .
plus 0,1% + erytrocyty n.a 00000 | 00000 | 00000 n.a n.a n.a n.a.
Cytotoxicity
m, .a. cT A, K
Formaldehyde 0,7% (m/V) PBS L cr €T | 00000} na na | na | na
30 min cT cT 44400 | 00000 | OOC0D0 | 00000 | 000QQ | 00000
, i
Formaldehvd e 0.7%(mA) | pgg
60 min T cT 00000 { 00000 | 00000 | 00000 | 00COO | ODDOD
Susceptibility of cells - 3g/1BSA .
i 44 4
PBS 0,0001% + erytrocyty 60 min 444 | 44444 4444 | 44444 | 33233 | 10000 | 02020 ( 00C0
Susceptibility of cells - 3g/1BSA )
2. 44444 | 4 4444
chirosan plus n.a e e 30 min 4444 | 4 44444 | 44444 | 00111 | 00110 | 00000
Virus control n.a 3g/IBSA 60 min 44444 | 44444 | 44444 | 44444 | 44444 | 43231 |0
¢ 4. + erytrocyty 0000 | 00000
Virus control 1,0% 3 g/I BSA 60 min 44444 | 44444 | 44444 | 44444 | 44444 | 40020 | O
] Hervirozyty 0000 | 00000

1 to 4 virus detectable {1 = 25% CPE, 4 = 100% CPE)

0 no virus/ no cytotoxicity

n.a. not applicable

n.d. not done

CT Cytotoxicologic effect
CPE Cytopathogenic effect

Prepared by: Mgr. Ludmila Porubova

M

Without written consent of the testing laboratory,the protocel shall not be reproduced except in full. The result of test relate only to the tested
sample. The center of clinical laboratory - testing laboratory n. 1554. The sample was examined by SOP No.1901
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