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REPORT N°SMI.2018.150.1 

 

I. CONTEXT  
 
The HYPRED Company requested ACTALIA to validate the yeasticidal activity of a 
disinfectant according to the NF EN 16438 standard.  
 
II. PRODUCT DESCRIPTION 
 
Product denomination: AGAKOK 2.5 Batch n°: 17110901 
Sample n°: EXT 25-55-1 Expiry date: 11/2020 
Manufacturer: Anti-germ  Provider: HYPRED 
Storage conditions: ambient temperature, out of direct sunlight 
Product appearance: liquid, non-turbid and then pale rose after dilution in hard water 
Active substance and concentration:  Chlorocresol CAS n° 59­50­7 : 25%

 
III. TRIAL PERIOD 

 
Delivery date: 19/02/2018 
Trial date: 17/04/2018 
 
IV. EXPERIMENTAL CONDITIONS 
 
Product diluent: hard water 
Test concentrations: 1, 2 and 3% 
Mandatory conditions: 

Test microorganism: Candida albicans DSM1386, grown at 30°C 
 Test temperature: 10±1°C 
 Contact duration: 30 min 
 Interfering substance: 3.0 g/l bovine albumin (= low level dirty conditions) 
 
Remarks regarding results: 
All control conditions and validation mixtures provided results comprised within the allowed range. 
No precipitate formation has been observed during tests (mixtures remained homogeneous). 
 
V. TEST RESULTS: see attached datasheet 
 
VI. CONCLUSION 
 
For the product AGAKOK 2.5 (batch n° 17110901), the yeasticidal concentration determined according to the NF 
EN 16438 standard (at 10°C with a contact duration of 30 minutes) in low level dirty conditions is 1% (w/w). The 
mean log reduction measured from the 4 replicates with Candida albicans is higher than 3 log whatever the tested 
concentration (1, 2 or 3%). 
 
Remarks: all tested concentrations gave log reductions higher than 3 log but it is necessary to include in the study at least one 
inefficient concentration. 

 
 
 

For ACTALIA 
Saint-Lô, the 20/04/2018 
Aurélie HANIN 
Project manager in microbiology 
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Procedure: NF EN 16438  Product denomination: AGAKOK 2.5 Batch n°: 17110901 
 
Dilution-neutralization method – Pour plate method for enumeration (2 plates per dilution) 
Neutralizing agent: Universal neutralizer (Biomérieux, ref. AEB610753) 
Test temperature: 10°C [Min = 10°C – Max = 10.9°C] 
Interfering substance: 3.0g/l bovine albumin 
Test microorganisms: Candida albicans DSM1386 
Growing temperature: 30°C 
Drying time on the surface: 60 minutes 
Diluent for the preparation of test product solutions: hard water 
Appearance of test product solutions: pale rose 
 
Internal lab n°: SMI 2018.150.1/BC n°161964 
Trial date: 17/04/2018 
 
Validation tests and controls 
 

Test suspension (N) Neutralizing agent toxicity control (B) Method validation (C) – concentration: 6% (w/w) 

 VC1 VC2  VC1 VC2  VC1 VC2 

10-6 nd Nd 10-3 100 72 10-3 77 56 

10-7 17 17 10-4 nd nd 10-4 <14 <14 

𝑥̅ of N = 4.25x106 

= 6.63 log 

𝑥̅ = 8.60x105 

= 5.93 log 

𝑥̅ = 6.65x105 

= 5.82 log 

6.57 ≤ 𝑙𝑔𝑁 ≤ 7.10 

YES - NO 

𝑥̅ of B is ≥ to 0,5 x 𝑥̅ of Nw 

YES - NO 

𝑥̅ of C is ≥ to 0,5 x 𝑥̅ of Nw 

YES - NO 

 
Water control: 

Water 
control 
(Nw) 

Nw VC1 VC2 𝑥̅ of Nw = 5.15x105 
lg Nw =   5.71 

lg Nw ≥ lg 5.27 : YES - NO 
10-3 54 ; 61 56 ; 35 

10-4 <14 ; <14 <14 ; <14 

10-5 <14 ; <14 <14 ; <14 
 

Test 
 

Product 
concentration 

(% w/w) 
Dilution VC1 VC2 VC3 VC4 Na = 𝑥̅ 

Log Na = 
log 𝑥̅ 

R  
Contact 
duration 

1 

100 0a ; 0a 0a ; 0a 1a ; 0a 1a ; 0a 

<140 <2.15 >3.56 30 min 10-1 0 ; 0 0 ; 0 0 ; 0 0 ; 0 

10-2 0 ; 0 0 ; 0 0 ; 0 0 ; 0 

2 

100 4a ; 0a 1a ; 0a 1a ; 2a 0a ; 0a 

<140 <2.15 >3.56 30 min 10-1 0 ; 0 0 ; 0 0 ; 0 0 ; 0 

10-2 0 ; 0 0 ; 0 0 ; 0 0 ; 0 

3 

100 7a ; 8a 1a ; 1a 0a ; 0a 0a ; 0a 

<140 <2.15 >3.56 30 min 10-1 0 ; 0 0 ; 0 0 ; 0 0 ; 0 

10-2 0 ; 0 0 ; 0 0 ; 0 0 ; 0 
 

Explanations: 
a = used for calculations 
Vc = numeration per ml (one plate or more) 
𝑥̅ = mean of VC1, VC2, VC3 and VC4 

R = reduction (log R = log N0 – log Na) 

Iledreau
Zone de texte
Trial results ( quantitative surface test for the evaluation of yeasticidal activity ) 
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REPORT N°SMI.2018.157.1 

 

I. CONTEXT  
 
The HYPRED Company requested ACTALIA to validate the fungicidal activity of a disinfectant according 

to the NF EN 16438 standard.  
 
II. PRODUCT DESCRIPTION 
 
Product denomination: AGAKOK 2.5 Batch n°: 17110901 
Sample n°: EXT 25-55-1 Expiry date: 11/2020 
Manufacturer: Anti-germ  Provider: HYPRED 
Storage conditions: ambient temperature, out of direct sunlight 
Product appearance: liquid, non-turbid and then pale rose after dilution in hard water 
Active substance and concentration: Chlorocresol n°CAS 59-50-7 at 25% 

 
III. TRIAL PERIOD 

 
Delivery date: 19/02/2018 
Trial date: 26/04/2018 
 
IV. EXPERIMENTAL CONDITIONS 
 
Product diluent: hard water 
Test concentrations: 1, 2 and 3% 
Mandatory conditions: 

Test microorganism: Aspergillus brasiliensis DSM1988, grown at 30°C 
 Test temperature: 10±1°C 
 Contact duration: 30 min 
 Interfering substance: 3.0 g/l bovine albumin (= low level dirty conditions) 
 
Remarks regarding results: 
No precipitate formation has been observed during tests (mixtures remained homogeneous). 
 
V. TEST RESULTS: see attached datasheet 
 
VI. CONCLUSION 
 
For the product AGAKOK 2.5 (batch n° 17110901), the fungicidal concentration determined according to the NF 
EN 16438 standard (at 10°C with a contact duration of 30 minutes) in low level dirty conditions is 1% (w/w). The 
mean log reduction measured from the 4 replicates with Aspergillus brasiliensis is higher than 3 log whatever the 
tested concentration (1, 2 or 3%). 
 
Remarks: all tested concentrations gave log reductions higher than 3 log but it is necessary to include in the study at least one 
inefficient concentration. 
 

 
 
 

For ACTALIA 
Saint-Lô, the 03/05/2018 
Aurélie HANIN 
Project manager in microbiology 

 

  



 
 

REPORT N°SMI.2018.157.1 

 

Trial results (quantitative surface test for the evaluation of fungicidal activity) 

 
Procedure: NF EN 16438  Product denomination: AGAKOK 2.5 Batch n°: 17110901 
 
Dilution-neutralization method – Pour plate method for enumeration (2 plates per dilution) 
Neutralizing agent: Universal neutralizer (Biomérieux, ref. AEB610753) 
Test temperature: 10°C [Min = 10°C – Max = 10.9°C] 
Interfering substance: 3.0g/l bovine albumin 
Test microorganisms: Aspergillus brasiliensis DSM1988 
Growing temperature: 30°C 
Drying time on the surface: 60 minutes 
Diluent for the preparation of test product solutions: hard water 
Appearance of test product solutions: pale rose 
 
Internal lab n°: SMI 2018.157.1/BC n°161964 
Trial date: 26/04/2018 
 
Validation tests and controls 
 

Test suspension (N) Neutralizing agent toxicity control (B) Method validation (C) – concentration: 6% (w/w) 

 VC1 VC2  VC1 VC2  VC1 VC2 

10-6 96 98 10-3 >165 >165 10-3 150 >165 

10-7 <14 <14 10-4 <14 22 10-4 19 29 

𝑥̅ of N = 2.43x106 

= 6.38 log 

𝑥̅ = 2.20x106 

= 6.34 log 

𝑥̅ = 2.10x106 

= 6.32 log 

6.57 ≤ 𝑙𝑔𝑁 ≤ 7.10 

YES - NO 

𝑥̅ of B is ≥ to 0,5 x 𝑥̅ of Nw 

YES - NO 

𝑥̅ of C is ≥ to 0,5 x 𝑥̅ of Nw 

YES - NO 

 
Water control: 

Water 
control 
(Nw) 

Nw VC1 VC2 𝑥̅ of Nw = 2.17x106 
lg Nw =   6.34 

lg Nw ≥ lg 5.27 : YES - NO 
10-3 >165 ; >165 137 ; >165 

10-4 27 ; 20 23 ; 25 

10-5 <14 ; <14 <14 ; <14 
 

Test 
 

Product 
concentration 

(% w/w) 
Dilution VC1 VC2 VC3 VC4 Na = 𝑥̅ 

Log Na = 
log 𝑥̅ 

R  
Contact 
duration 

1 

100 1a ; 1a 2a ; 1a 1a ; 0a 1a ; 2a 

<140 <2.15 >4.19 30 min 10-1 0 ; 0 0 ; 0 0 ; 0 0 ; 0 

10-2 0 ; 0 0 ; 0 0 ; 0 0 ; 0 

2 

100 4a ; 0a 1a ; 0a 0a ; 0a 0a ; 0a 

<140 <2.15 >4.19 30 min 10-1 0 ; 0 0 ; 0 0 ; 0 0 ; 0 

10-2 0 ; 0 0 ; 0 0 ; 0 0 ; 0 

3 

100 0a ; 0a 0a ; 0a 1a ; 0a 0a ; 0a 

<140 <2.15 >4.19 30 min 10-1 0 ; 0 0 ; 0 0 ; 0 0 ; 0 

10-2 0 ; 0 0 ; 0 0 ; 0 0 ; 0 
 

Explanations: 
a = used for calculations 
Vc = numeration per ml (one plate or more) 
𝑥̅ = mean of VC1, VC2, VC3 and VC4 

R = reduction (log R = log N0 – log Na) 
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Rapport d’essai quantitatif pour l’évaluation 
de l’activité fongicide et /ou levuricide  d’un désinfectant liquide utilisé  

dans le domaine vétérinaire selon la norme NF EN 1657-mai 2016 
(phase 2, étape 1) 

Report on the quantitative test for the evaluation of fungicidal and /or yeasticidal activity 
of liquid disinfectant product used in veterinary area according to the NF EN 1657-May 2016 

(phase 2, step 1) 

Rap n°2018/69 
Date : 12/12/2018

DEMANDEUR : HYPRED S.A.S 
Applicant  

DONNÉES RELATIVES A L’ESSAI : 
Test data 

Essai n° : CMK-452
Assay n° 

Date de l’essai : 10/10/2018 
Assay date : 

Essai réalisé par :      LCB Food Safety (*)

Assay performed by:    P.A.E. Actiparc- Rue des acacias – 01190 BOZ (France)

(*) système de management de la qualité certifié par AFNOR-AFAQ selon la norme ISO 9001 :2015  
    quality management system certified by AFNOR-AFAQ in compliance with standard ISO 9001: 2015 

IDENTIFICATION DU PRODUIT TESTÉ : 
Identification of the tested disinfectant 

Nom du désinfectant :  AGAKOK 2.5 
Disinfectant Name 

Numéro de lot :  1711901 
Batch number 

Concentrations testées du liquide désinfectant :  2%-1%-0,5% (v/v)
Tested concentrations of the liquid disinfectant  

Diluant utilisé :  Eau dure
Diluent used   Hard water 

Aspect des dilutions d’essai du produit : Opaques , de couleur rose , homogènes .  
Appearance of product dilutions   Opaque , pink and homogeneous  

SOUCHE D’ESSAI : Aspergillus fumigatus DSM 819 
Test strain
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MÉTHODE UTILISÉE : 
Method used  

o Par dilution – neutralisation :  Oui/yes  Non/no

Dilution neutralization method  

Neutralisant utilisé :      Tween 80: 3% ( p/v) ; Lécithine d’oeufs : 0,3 % (p/v)

Neutralizer used Histidine : 0,1% ( p/v) ; Thiosulfate de sodium : 0,5%(p/v);
Tween 80: 3% ( w/v) ; eggs lecithin : 0,3 %(w/v);histidine :0,1% (w/v)
Thiosulphate  sodium : 0,5%  (w/v) 

o Par filtration sur membrane :   Oui/yes Non/no

Membrane filtration method

CONDITIONS EXPÉRIMENTALES : 
Experimental conditions  

1/Temps de contact /Température du produit testé: 
Contact time /temperature of the product to be tested 

Temps de contact  
Contact time

Température d’essai 
Test temperature

Conditions d’essais 
obligatoires 

Obligatory test conditions 

30 minutes 10 °C 

Oui/yes  Non/no Oui/yes  Non/no 

Conditions d’essais 
additionnelles 

Additional test conditions

5 ou/or 60 ou/or 120 minutes 4 ou/or 20 ou/or 40 °C 

Oui/yes Non/no Oui/yes Non/no

2/Substances interférentes : 
Interfering substances  

Bas niveau de saleté (Albumine 3g/L) 
Low dirtiness level          (albumin 3g/L)

Oui/yes  Non/no 

Haut niveau de saleté (Albumine 10g/L + extrait de levure 
10g/L) 
High dirtiness level            (albumin 10 g /L and yeast extract 10g/L)

Oui/yes Non/no
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RÉSULTATS DES ESSAIS : 
Test results  

1/ Essais de validation : 
validation test

Souche, 
collection 

d’origine et 
numéro dans 
la collection 

Strain collection 
of origin and 

reference 
number 

Suspension 
d’essai :  

N 
(UFC/ml) 

Test suspension 
counting: N 

(cfu/ml)

Suspension 
d’essai pour les 

essais de 
validation : 
Nv0=Nv/10 

(UFC/ml) 

bacterial suspension 
counting for 

validation test: Nv0

(cfu/ml) 

Non toxicité du 
neutralisant :  

B
(UFC/ml) 

non-toxicity of the 
neutralizer : B 

(cfu/ml)

Témoin des 
conditions 

expérimentales : 
A

(UFC/ml) 

Bas niveau de 
saleté 

Control test of 
Experimental 
conditions :  A

(cfu/ml) 
Low dirtiness level 

Aspergillus 
fumigatus
DSM 819

3,95.107 123 143 154,5 

Concentration du 
désinfectant liquide 

testé 

Concentration of the liquid 
disinfectant to be tested

Essai de validation de la 
méthode utilisée :  

C 
(UFC/ml)

Bas niveau de saleté

Validation assay of the method used 
Low dirtiness level (cfu/ml)

2% 140 

UFC /ml : Unité Formant Colonie par ml  
cfu/ml : colony –forming unit(s) per milliliter  

Conditions expérimentales de validité de l’essai : 
Experimental conditions of validity of the test  

1,5 x 107 ≤ N ≤ 5 x 107 UFC/ml :   Oui/yes  Non/no 

(1,5 x 106 ≤ N0 ≤ 5 x 106 UFC/ml)

3 x 101 ≤ Nv0 ≤ 1,6 x 102 UFC/ml :  Oui/yes  Non/no 

(3 x 102 ≤ Nv ≤ 1,6 x 103 UFC/ml) 

A, B, C  0,5 Nv0 Oui/yes  Non/no 

Pour Aspergillus brasiliensis ATCC 16404  

Pourcentage minimum  de spores échinulées>à 75%     Oui/yes Non/no 
Minimal percentage of echinulated spores required : 75%
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2/ Résultats d’essais : 

     Test results  

Souche, collection 
d’origine et numéro 
dans la collection 

Strain collection of origin 
and reference number

Essai en conditions de bas niveau de saleté  
Assay in low soiling level conditions 

Concentrations
testées 

Tested 
concentrations

Nombre de cellules 
viables après 

exposition dans le 
mélange d’essai :

Na
(UFC/ml) 

Counting of viable 
microorganisms after 
exposure to the assay 
mixture: Na (cfu/ml)

Taux de réduction : 
TR

= lg N0-lg Na 

Reduction rate (lg):TR

Aspergillus fumigatus
DSM 819 

2% <140 >4,45 

1% <140 >4,45 

0,5% >1,65.103 <3,38 

Conclusion 
Conclusion  

Selon la norme NF EN 1657-mai 2016, en conditions de bas niveau de saleté, à la 
température de 10°C et avec un temps de contact de 30 minutes, le désinfectant liquide 
AGAKOK 2.5 présente une activité fongicide à la concentration de 1% sur la souche 
Aspergillus fumigatus DSM 819.  

According to the standard NF EN 1657-may 2016, in low soiling level conditions, at the 
temperature  10°C and with a 30 minutes contact time, the liquid disinfectant AGAKOK 2.5 is  
fungicide at the concentration 1% on the strain Aspergillus fumigatus DSM 819.

Isabelle Le Dréau  Patrick Arnould  
Microbiologiste   Responsable Réglementation & Laboratoire 
Microbiologist Regulatory & Laboratory Manager

patrick.arnould
PA

isabelle.ledreau
ILD
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ANNEXE 
APPENDIX 

Dénombrement des témoins de validations :  
Counting of validation tests control 

Souche testée 

Tested strain

Suspension 
de validation 
Nv0 (=Nv/10) 

Validation 
suspension

Témoins des 
conditions 

expérimentales : 
A 

Bas niveau de 
saleté 

Control test of 
Experimental 
conditions: A 

Low dirtiness level

Témoin de non 
toxicité du 

neutralisant  :  
B

Control test of non-
toxicity of the 
neutralizer : B

Validation de 
la méthode : 

C 
Concentration 
du produit :2%

Bas niveau de 
saleté 

Method 
validation : C 

Product 
concentration: 2% 

Low dirtiness level

Aspergillus 
fumigatus
DSM 819 

Vc1 Vc2 Vc1 Vc2 Vc1 Vc2 Vc1 Vc2 

126 120 153 156 153 133 135 145 

x :   123 x :   154,5 x :   144 x :   140 

Dénombrement de la suspension d’essai et de l’essai : 
Counting of assay suspension and of the assay 

Souche testée 
Tested strain

Suspension d’essai N 
Test suspension counting: N

Aspergillus fumigatus
DSM 819

dilution Vc1 Vc2 

10-5 >165 >165 

10-6 38 41 

N(x )= 3,95.107

lg(N)=7,60 lg(N0=N/10)=6,60

Souche testée 

Tested strain 

Concentrations 
testées du 

produit  

Product tested 
concentrations 

Dénombrement des essais 
(UFC/ml) 

Counting of assays (cfu/ml)

lg (Na) TR 
= 

lg(N0) -lg(Na)

Vc1 Vc2 
Na = 

x x 10 

Aspergillus 
fumigatus

DSM 819

2% 0 0 <140 <2,15 >4,45 

1% 0 0 <140 <2,15 >4,45 

0,5% >165 >165 >1,65.103 >3,22 <3,38 

Vc= Nombre d’UFC dénombrées par échantillon de 1ml .  
Cfu counted per 1 ml- sample 
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Rapport d’essai quantitatif pour l’évaluation 
de l’activité fongicide et /ou levuricide d’un désinfectant liquide utilisé 

dans le domaine vétérinaire selon la norme NF EN 16438-Mars 2014 
(phase 2, étape 2) 

Report on the quantitative test for the evaluation of fungicidal and/or yeasticidal activity 
of liquid disinfectant product used in veterinary area according to the NF EN 16438-March 2014 

(phase 2, step 2) 

Rap n°2018/70 
Date : 13/12/2018

DEMANDEUR : HYPRED S.A.S 
Applicant  

DONNÉES RELATIVES A L’ESSAI : 
Test data 

Essai n° :  CMK-453 
Assay n° 

Date de l’essai : 11/10/2018 
Assay date : 

Essai réalisé par : LCB Food Safety (*)

Assay performed by:  P.A.E. Actiparc- Rue des acacias – 01190 BOZ (France)

(*) système de management de la qualité certifié par AFNOR-AFAQ selon la norme ISO 9001 :2015  
    quality management system certified by AFNOR-AFAQ in compliance with standard ISO 9001: 2015 

IDENTIFICATION DU PRODUIT TESTÉ : 
Identification of the tested disinfectant 

Nom du désinfectant : AGAKOK 2.5 
Disinfectant Name 

Numéro de lot : 1711901 
Batch number 

Concentrations testées du liquide désinfectant :    1,5%-1%-0,5% (v/v)
Tested concentrations of the liquid disinfectant  

Diluant utilisé :  Eau dure
Diluent used   Hard water  

Aspect des dilutions d’essai du produit : Opaques , de couleur rose , homogènes .  
Appearance of product dilutions  Opaque, pink, homogeneous  

SOUCHE D’ESSAI : Aspergillus fumigatus DSM 819 
Test strain
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MÉTHODE UTILISÉE : 
Method used  

Par dilution – neutralisation : Oui / yes Non / no   
Dilution neutralization method  

Neutralisant utilisé :     Tween 80: 3% ( p/v) ; Lécithine d’oeufs : 0,3 % (p/v)

Neutralizer used Histidine : 0,1% ( p/v) ; Thiosulfate de sodium : 0,5%(p/v);
Tween 80: 3% ( w/v) ; eggs lecithin : 0,3 %(w/v);histidine :0,1% (w/v)
Thiosulphate  sodium : 0,5%  (w/v) 

CONDITIONS EXPÉRIMENTALES : 
Experimental conditions  

1/Temps de contact /Température du produit testé: 
Contact time /temperature of the product to be tested 

Temps de contact  
Contact time

Température d’essai 
Test temperature 

Conditions d’essais 
obligatoires 

Obligatory test conditions 

60 minutes 10 °C 

Oui/yes Non/no Oui/yes     Non/no 

Conditions d’essais 
additionnelles 

Additional test conditions

5 ou/or 30 ou/or 120 minutes 4 ou/or 20 ou/or 40 °C 

Oui/yes     Non/no Oui/yes     Non/no 

2/Conditions de saleté : 
Dirtiness conditions  

Bas niveau de saleté (Albumine 3g/L) 
Low dirtiness level          (albumin 3g/L)

Oui/yes     Non/no 

Haut niveau de saleté (Albumine 10g/L + extrait de levure 
10g/L) 
High dirtiness level            (albumin 10 g /L and yeast extract 10g/L)

Oui/yes     Non/no 
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RÉSULTATS DES ESSAIS : 
Test results  

1/ Essais de validation : 
validation test

Souche, collection 
d’origine et numéro dans 

la collection 

Strain collection of origin and 
reference number

Suspension d’essai :  
N 

(UFC/0.025 ml) 

Test suspension counting: N 
(cfu/0.025ml)

Non toxicité du 
neutralisant :  

B
(UFC/unité de surface) 

non-toxicity of the 
neutralizer: B (cfu/unit 

surface)

Aspergillus fumigatus
DSM 819 9,13.106 4,65.106

Concentration du 
désinfectant liquide 

testé 

Concentration of the liquid 
disinfectant to be tested

Essai de validation de la 
méthode utilisée :  

C  
(UFC/unité de surface)

Bas niveau de saleté  

Validation assay of the method used: 
C (cfu/unit surface) 

Low dirtiness level

1,5% 3,35.106

UFC : Unité Formant Colonies 
cfu–forming unit(s) per surface unit 

Conditions expérimentales de validité de l’essai : 
Experimental conditions of validity of the test  

3,75 x 106 ≤ N ≤ 1,25 x 107 UFC/ml :   Oui / yes Non / no   

    (6,57 ≤ lg (N) ≤ 7,10)

lg (Nw)  5,27 :   Oui / yes Non / no   

B ,C  0,5 Nw : Oui / yes Non / no   

Pour Aspergillus brasiliensis ATCC 16404  

pourcentage de spores échinulées>à 75%          Oui / yes   Non / no

Minimal percentage of echinulated spores required : 75%
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2/ Résultats d’essais : 
     Test results  

Souche, collection 
d’origine et 

numéro dans la 
collection 

Strain collection of 
origin and reference 

number

Témoin eau 
Nw

(UFC/unité de 
surface) 

Water control
(cfu/unit 
surface)

Essai en conditions de bas niveau de saleté 
Assay in low soiling level conditions 

Concentrations
testées 

Tested 
concentrations 

Nombre de 
cellules viables 

après exposition 
dans le mélange 

d’essai :
Na

(UFC/unité de 
surface) 

Counting of viable 
microorganisms after 
exposure to the assay 

mixture: Na  
(cfu/unit surface)

Taux de 
réduction :  

R
= lg Nw – lg Na

Reduction rate : R

Aspergillus 
fumigatus
DSM 819 

2,55.106

1,5% <140 >4,26 

1% <140 3,65 

0,5% >1,65.105 <1,19 

Conclusion 
Conclusion  

Selon la norme NF EN 16438-mars 2014, en conditions de bas niveau de saleté, à la 
température de 10°C et avec un temps de contact de 30 minutes, le désinfectant liquide 
AGAKOK 2.5 présente une activité fongicide à la concentration de 1% sur la souche  
Aspergillus fumigatus DSM 819. 

According to the standard NF EN 16438-march 2014, in low soiling level conditions, at the 
temperature 10°C and with a 30 minutes contact time, the liquid disinfectant AGAKOK 2.5  is 
fungicide at the concentration 1% on the strain Aspergillus fumigatus DSM 819. 

Isabelle Le Dréau   Patrick Arnould 
Microbiologiste  Responsable Réglementation & Laboratoire 
Microbiologist  Regulatory & Laboratory Manager

patrick.arnould
PA

isabelle.ledreau
ILD
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ANNEXE 
APPENDIX 

Dénombrement de la suspension d’essai et des témoins de validations :  
Counting of the assay suspension and validation control 

Souche testée

Tested strain

Suspension d’essai 
N 

(UFC/0.025 ml) 

Test suspension N 
(cfu/0.025ml)

Témoin de non 
toxicité du 

neutralisant :  
B

Control test of non-toxicity of 
the neutralizer : B

Validation de la 
méthode : 

C 
Concentration  

du produit :1,5% 

Bas niveau de saleté 

Method validation : C 
Product concentration: 1,5% 

Low dirtiness level

Aspergillus 
fumigatus
DSM 819 

dilution Vc1 Vc2 dilution Vc1 Vc2 dilution Vc1 Vc2 

10-6 >165 >165
10-2 >165 >165 10-2 >165 >165 

10-3 >165 >165 10-3 >165 >165 

10-7 36 39 
10-4 42 51 10-4 32 35 

10-5 6 5 10-5 2 7 

N(x x 0.025/d)=9,13.106

Lg(N)=6,96

B (x x 10/d )=4,65.106

Lg(B)= 6,67

C (x x 10/d)=  3,35.106

Lg(C)=  6,53

Dénombrement du témoin eau et des essais : 
Counting of water control and of the assays 

Souche testée 
Tested strain

Témoin eau  Nw
Water control Nw

Aspergillus fumigatus
DSM 819 

dilution Vc1 Vc2 

10-2 >165 >165 

10-3 >165 >165 

10-4
28 23 

10-5
2 2 

Nw(x x 10/d)=   2,55.106

Lg(Nw)=  6,41 
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Souche testée

Tested strain 

Concentrations 
testées du 

produit  

Product tested 
concentrations

Dénombrement des essais  
(UFC/ml) 

Counting of assays (cfu/ml)

lg Na R=  

lg Nw- lg Na

dilution Vc1 Vc2 
Na =  

x x 10/d

Aspergillus 
fumigatus
DSM 819 

1,5% 

10-0 0 0 

<140 <2,15 >4,26 10-1 0 0 

10-2 0 0 

1% 

10-0 51 64 

575 2,76 3,65 10-1 10 5 

10-2 3 0 

0,5% 

10-0 >165 >165 

>1,65.10 >5,22 <1,19 10-1 >165 >165 

10-2 >165 >165 

Vc= Nombre d’UFC dénombrées par échantillon de 1ml .  
Cfu counted per 1 ml- sample 
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TEST REPORT 

 

VIRUCIDAL ACTIVITY OF THE AGAKOK 2.5 PRODUCT AGAINST THE ENTERIC 

CYTOPATHOGENIC BOVINE ORPHAN VIRUS (ECBO) 

 

 
For:   HYPRED SAS 

  55 boulevard Jules VERGER 

  35 800 DINARD 

 
  

 

Study number: n°012V01-2018-02 

   

 
 

VIRUCIDAL TESTS:  

 

According to the NF EN 14675 standard (May 2015) – chemical antiseptics and disinfectants – virucidal 

quantitative suspension tests for chemical disinfectants and antiseptics used in veterinary area. 

 

Tests using the AGAKOK 2.5 product batch n° 17110901 against the enteric cytopathogenic bovine orphan 

virus (ECBO). 

 

 

 

This test report included 13 pages. 

 

 

Study completion date: 04/04/2018 

 

 

 

 

Stephanie MOROT-BIZOT     Professeur Georges HERBEIN  
PhD in microbiology      Professor of Medicine – MD-PhD in virology 

Study director       Scientific consultant 
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 1  PERFORMING LABORATORY  
 

APEX BIOSOLUTIONS 

4, rue des Grandes Pièces 

25770 SERRE LES SAPINS 

FRANCE 

 2  PRODUCT IDENTITY 

 

Reference Batch n° 

AGAKOK 2.5 17110901 
 

 

 Expiration date: 11/01/2020 

 Manufacturer: ANTI GERM Memmingen, Germany 

 Manufacturing date: non communicated 

 Storage conditions: room temperature 

 Active compounds: chlorocresol 

 Appearance of the product: clear, red 

 Product diluent recommended by the manufacturer for use: tap water 

 Date of delivery of the product: 01/19/2018 

 Date of tests: from 02/12/2018 to 03/15/2018 
 

 3  EXPERIMENTAL CONDITIONS 

 

 Temperature used during the assays: 10°C ± 1°C  

 Titration unit: log TCID50 

 Exposure Time: 5 minutes  

 Tested concentration: 2.0%, 3.0% and 4.0% 

 Diluent used for the product: hard water 

 Viral strain: Enteric cytopathogenic bovine orphan virus ATCC VR-248 (ECBO), grown on VERO 

cells, at 37°C, under 5% CO2 atmosphere 

 Organic soil load: BSA 3g/L (low dirty conditions) 

 Product stability: stable 

 Stop solution: cold shock 

Viral  titer: 
 

Viral titers are expressed in TCID50, according to the Spearman-Kärber method = 6,875 log TCID50. 
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 4  VALIDATIONS  

 

a) Cytotoxicity 

 

The AGAKOK 2.5 product has been tested at 4% on the VERO cells and no toxicity was observed. 
 

 

b) Cells sensitivity to the virus 

 
 

For each viral suspension, comparative titers of the virus were performed on cells treated or untreated with 

the product. 

 

 Viral titer (log TCID50) 

Product dilution  
Viral suspension on 

untreated cells  

Viral suspension on 

treated cells 
Viral titer difference  

(log TCID50) 

AGAKOK 2.5  10
-1

 6,875 6,375 0,500 
 

The AGAKOK 2.5 product do not affect the infectious capacity of the virus: the differences in viral titers between the 

virus inoculated on VERO cells and the virus inoculated on the VERO cells treated with the AGAKOK 2.5 product was 

≤ 1,0 log (0,500 log). 

 

 

 

c) Inactivation of the virus 

 

 

 Viral titer (log TCID50)  

Viral titer reduction  

(log TCID50) 
Viral suspension  6,875 

Formaldehyde 0,7%  

Inactivation after 5 min 6,625  

Inactivation after 15 min 6,250  

Inactivation after 30 min 5,750 1,125 

The virus is inactivated with the control solution of 0,7 % formaldehyde after 30 min of exposure if the reduction is 

comprised between |-0,5| and |-2,5| log. The reduction observed was of 1,125 log for the ECBO virus. 
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 5  VIRUCIDAL ASSAYS  
 

TRIAL 1 
 

The viral suspension control was titered at 6,875 log TCID50. 
 

PRODUCT 
Final concentration 

(v/v) 

Exposure 

time 
Temperature  

Titer after trial 

(log TCID50) 

Viral titer 

reduction  

AGAKOK 2.5 

4.0% 

5 min 10°C 

2,125 4,750 

3.0% 2,500 4,375 

2.0% 4,500 2,375 

 

 

TRIAL 2 
 

The viral suspension control was titered at 6,875 log TCID50. 
 

PRODUCT 
Final concentration 

(v/v) 

Exposure 

time 
Temperature  

Titer after trial 

(log TCID50) 

Viral titer 

reduction  

AGAKOK 2.5 

4.0% 

5 min 10°C 

2,000 4,875 

3.0% 2,625 4,250 

2.0% 4,375 2,500 

 

The product has a virucidal effect if the viral titer reduction is ≥ 4,0 log. 
 

 
 

 

 6  VALIDATION OF THE METHODOLOGY 
 

The assays were validated as required by the European standard EN 14675:2015: 

 The viral titers of the suspension tests were sufficient in order to observe a reduction of 4 log after 

time exposure with the product. The viral titer of the ECBO virus was 6,875 log TCID50. 

 The virus was inactivated with the control solution of 0,7 % formaldehyde after 30 min of exposure : 

the reduction observed was of 1,125 log for the ECBO virus. 

 The AGAKOK 2.5 product has a weak cytotoxic effect on the VERO cells. 

 The AGAKOK 2.5 product do not affect the infectious capacity of the virus: the differences in viral 

titers between the virus inoculated on VERO cells and the virus inoculated on the VERO cells 

treated with the AGAKOK 2.5 product was ≤ 1,0 log (0,500 log). 
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 7  CONCLUSION 

 

The assays performed with the AGAKOK 2.5 batch n° 17110901product demonstrated that: 

 The product AGAKOK 2.5 demonstrated a virucidal activity against the ECBO virus from the 

concentration 3.0%, as required by the European standard EN 14675:2015, following a 5 

minutes exposure period, at 10°C, in low dirty conditions.  
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TECHNICAL APPENDIX 1 

 

 

Cell line for ECBO virus: VERO cells (R&D Biotech, ref. 84009, batch n°110118-110V) 

 

Viral strain: Enteric cytopathogenic bovine orphan virus strain (ECBO), ATCC VR-248 (batch n° 

58087749)  

Buffer and reagents:  

 Buffer PBS: sodium chloride, Dominique DUTSCHER, ref. 836751; sodium phosphate dibasic, 

Sigma Aldrich, ref. S5136, batch n° BCBC7067V; sodium phosphate monobasic, Sigma Aldrich, ref. 

S5011, batch n° 1019K01021V 

 MEM media, PAN Biotech, ref. P04-03590, batch n°9420112 

 Horse serum, Sigma Aldrich, ref. H1270, batch n° 12J395 

 

Organic soil load: 

 Bovine Sera Albumin, Sigma Aldrich, ref. A5479, batch n° STBB7838V 

 

 

 

Inactivation solution: 

 Formaldehyde, Sigma Aldrich, ref. F-1635, batch n° BCBB3510 
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TECHNICAL APPENDIX 2 

 

 

Table A1 – Viral titer of ECBO virus calculated with the  Spaerman-Kärber (cytopathic effect method): 

log TCID50 = 6,875 

 

 

Dilution (- log) Result % positive results 

-3 44444444 100 

-4 44444444 100 

-5 44444444 100 

-6 11111111 100 

-7 11000001 37,5 

-8 00000000 0 

-9 00000000 0 

Sum of the % of the positive wells  437,5 
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Chart 1 –graphical chart of the results: 

Trial 1 

 

 

Trial 2 
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Table A2 — results with the AGAKOK 2.5 product against the ECBO virus in low dirty conditions  

 
 

Product Concentration 
Organic soil 

load 

cytotoxicity 

level 

Lg DICT50  

Reduction   
0 5 min 

15 

min 
30 min 

AGAKOK 2.5  

TRIAL 1 
3.0% 

3 g/L BSA  

0,75 6,875 2,5 N.T. N.T. R= 

AGAKOK 2.5  

TRIAL 2 
3.0% 

 

0,75 

 

6,875 

 

2,625 

 

N.T. 

 

N.T. 

4,375 

R= 

Formaldehyde 0,70% MEM+2% HS 
 

2,5 

 

6,875 

 

6,625 

 

6,25 

 

5,75 
4,25 

 

infectivity control 

TRIAL 1 

N.A. MEM+2% HS 
 

N.A 

 

6,875 

 

N.T. 

 

N.T. 

 

6,875 

 

 

N.A. 
 3 g/L  

N.A 

 

6,875 

 

N.T. 

 

N.T. 

 

6,875 

 

 BSA 

infectivity control 

TRIAL 2 

N.A. MEM+2% HS 
 

N.A 

 

6,875 

 

N.T. 

 

N.T. 

 

6,875 

 

 

N.A. 
 3 g/L  

N.A 

 

6,875 

 

N.T. 

 

N.T. 

 

6,875 

 

 BSA 

Cells sensitivity 

AGAKOK 2.5 N.A. 
Untreated 

cells 
N.T. N.T. N.T. 6,875 

 

10-1 N.A. Treated cells N.T. N.T. N.T. 6,375 
 

HS : Horse Serum          

 

Other concentrations tested : 

Trial 1  Concentration organic soil load exposure time 
Log DICT50 

Reduction  
 0 30 min 

 

AGAKOK 2.5 
4.0% 

3 g/l BSA  5 min 
6,875 2,125 4,75 active 

2.0% 6,875 4,5 2,375 inactive 

 

 Trial 2 Concentration organic soil load 
exposure 

time 

Log DICT50 
Reduction  

 0 30 min 

 

AGAKOK 2.5 
4.0% 

3 g/l BSA  5 min 
6,875 2 4,875 active 

2.0% 6,875 4,375 2,5 inactive 

 

 

 



Study N° 012V01-2018-02 AGAKOK 2.5 5 min                      11/13 

4, rue des Grandes Pièces, zone Eurespace  • 25770 SERRE LES SAPINS • Tel: 09.62.52.91.87• SARL au capital de 10 

  

Table A3 — Raw data for the AGAKOK 2.5 product against the ECBO virus, in low dirty conditions 

(cytopathic effect; 8 wells) 

 

 

Trial 1 

 

 
Concentration 

organic 

soil load 

exposure 

time 

Dilutions 

-1 -2 -3 -4 -5 -6 -7 -8 -9 -10 

AGAKOK 2.5       

trial 1 
3.0% 3 g/L BSA 

5 min 
4444 1111 0000 0000 0000 0000 0000 0000 0000 0000 

4444 1111 0000 0000 0000 0000 0000 0000 0000 0000 

viral 4444 4444 4444 4444 4444 1111 1110 0000 0000 0000 

control 4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

AGAKOK 2.5  

trial 1 
3.0% 3 g/L BSA N.A. 

1100 0000 0000 0000 0000 0000 0000 0000 0000 N.T. 

cytotoxicity 0000 0000 0000 0000 0000 0000 0000 0000 0000 N.T. 

viral control of 

infectivity 

N.A. 
MEM+2% 

HS 

0 
4444 4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

30 
4444 4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

N.A. 3 g/L BSA 

0 
4444 4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

30 
4444 4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

Formaldehyde 0,70% 
 MEM+2% 

HS 

5 
4444 4444 4444 4444 1111 1111 1000 0000 0000 0000 

4444 4444 4444 4444 1111 1111 0000 0000 0000 0000 

15 
4444 4444 4444 1111 1111 1111 0000 0000 0000 0000 

4444 4444 4433 1111 1111 1100 0000 0000 0000 0000 

30 
4444 4444 4444 1111 1111 1100 0000 0000 0000 0000 

4444 4444 4444 1111 1111 0000 0000 0000 0000 0000 

Formaldehyde 

(cytotoxicity) 
0,70% 

MEM+2% 

HS  
N.A. 

4444 1111 0000 0000 N.T. N.T. N.T. N.T. N.T. N.T. 

4444 1111 0000 0000             

 

Other concentrations tested : 

  Concentration 

organic 

soil 

load 

exposure 

time 

dilutions 

-1 -2 -3 -4 -5 -6 -7 -8 -9 -10 

AGAKOK 2.5 

4.0% 
3 g/L 

BSA 
5 min 

4444 1111 0000 0000 00000 0000 0000 0000 0000 0000 

4444 1000 0000 0000 0000 0000 0000 0000 0000 0000 

2.0% 
4444 4444 4444 4444 0000 0000 0000 0000 0000 0000 

4444 4444 4444 4444 0000 0000 0000 0000 0000 0000 
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Trial 2 

 
Concentration 

organic 

soil load 

exposure 

time 

Dilutions 

-1 -2 -3 -4 -5 -6 -7 -8 -9 -10 

AGAKOK 2.5       

trial 1 
3.0% 3 g/L BSA 

5 min 
4444 3311 4000 0000 0000 0000 0000 0000 0000 0000 

4444 1111 0000 0000 0000 0000 0000 0000 0000 0000 

viral 4444 4444 4444 4444 4444 1111 1110 0000 0000 0000 

control 4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

AGAKOK 2.5  

trial 1 
3.0% 3 g/L BSA N.A. 

1100 0000 0000 0000 0000 0000 0000 0000 0000 N.T. 

cytotoxicity 0000 0000 0000 0000 0000 0000 0000 0000 0000 N.T. 

viral control of 

infectivity 

N.A. 
MEM+2% 

HS 

0 
4444 4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

30 
4444 4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

N.A. 3 g/L BSA 

0 
4444 4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

30 
4444 4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

Formaldehyde 0,70% 
 MEM+2% 

HS 

5 
4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

4444 4444 4444 4444 4444 1111 0000 0000 0000 0000 

15 
4444 4444 4444 1111 1111 1111 0000 0000 0000 0000 

4444 4444 4444 1111 1111 0000 0000 0000 0000 0000 

30 
4444 4444 4444 1111 1111 0000 0000 0000 0000 0000 

4444 4444 4444 1111 1111 0000 0000 0000 0000 0000 

Formaldehyde 

(cytotoxicity) 
0,70% 

MEM+2% 

HS  
N.A. 

4444 4411 0000 0000 N.T. N.T. N.T. N.T. N.T. N.T. 

4444 1111 0000 0000             

 

Other concentrations tested : 

 

  Concentration 

organic 

soil 

load 

exposure 

time 

dilutions 

-1 -2 -3 -4 -5 -6 -7 -8 -9 -10 

AGAKOK 2.5 

4.0% 
3 g/L 

BSA 
5 min 

4444 1111 0000 0000 00000 0000 0000 0000 0000 0000 

4444 0000 0000 0000 0000 0000 0000 0000 0000 0000 

2.0% 
4444 4444 4444 4444 0000 0000 0000 0000 0000 0000 

4444 4444 4444 4440 0000 0000 0000 0000 0000 0000 
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Sensitivity of the cells to the virus 

Trial 1 

Product dilution 
organic soil 

load 
  

Dilutions 

-2 -3 -4 -5 -6 -7 -8 -9 -10 

AGAKOK 2.5 10
-1

 3 g/l BSA 

Untreated 

cells  

4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 1111 0000 0000 0000 0000 

Treated 

cells  

4444 4444 4444 4 444 1111 0000 0000 0000 0000 

4444 4444 4444 4444 1110 0000 0000 0000 0000 

Trial 2 

Product dilution 

organic 

soil 

load 

  
Dilutions 

-2 -3 -4 -5 -6 -7 -8 -9 -10 

AGAKOK 2.5 10
-1

 
3 g/l 

BSA 

Untreated 

cells  

4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 1111 0000 0000 0000 0000 

Treated 

cells  

4444 4444 4444 4 444 1111 0000 0000 0000 0000 

4444 4444 4444 4444 1110 0000 0000 0000 0000 

 

Validation of the stop method (microspin filtration and cold shock) 

Product dilution 
organic 

soil load 
  

Dilutions 

-2 -3 -4 -5 -6 -7 -8 -9 -10 

AGAKOK 2.5 10
-1

 
MEM+2% 

HS 

Cold 

dilution 

4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 1111 0000 0000 0000 0000 

Viral 

control 

4444 4444 4444 4444 1111 1110 0000 0000 0000 

4444 4444 4444 4444 1111 0000 0000 0000 0000 

Cold dilution : viral titer = 6,875  R = 0   

Viral control : viral titer = 6,875 The stop method is validated (R ≤ 0,5 log) 


























































