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TITLE
SCREENING AIR SANITIZATION TEST USING P.h.o.e.b.e Technology for BRID 
IN AN AIRLOCK CHAMBER AGAINST AN AEROSOL OF E. coli K12

COLOROBBIA CONSULTING SRL

VIA PIETRAMARINA 53

50059 SOVIGLIANA, VINCI (FI)
SPONSOR

ITALY

TEST ITEM 

DEVICE IDENTIFICATION P.h.o.e.b.e Technology for BRID

DESCRIPTION Indoor air purification device

BATCH 0366C2 Code HC25022019

MANUFACTURING DATE July 2018 EXPIRY DATE Not Provided

ACTIVE INGREDIENT Colorobbia Photocatalyst (as per Sponsor’s declaration)

PARCEL REGISTRATION N. IP-LV-2020014-AHA RECEIVING DATE 14-Feb-2020

MATERIAL ITEM ALIQUOT LV-MAT-FOV7-20-042-0745:a

ANALYSIS STARTING DATE 12-Mar-2020 ANALYSIS ENDING DATE 07-May-2020

METHOD SETUP

NOTE

A set up phase has been conducted in order to verify the recovery of a nebulization of 
E. coli K12 inside a 1 m3 volume air lock chamber.
The aim of the set up phase is to determine the starting inoculum, the nebulization 
time and the experimental conditions that allow to a significant recovery of 
microorganisms in the air after nebulization and verify their reproducibility.
Test has been performed in triplicate.

TEST STRAIN Escherichia coli K12 DSM 11250

NEBULIZATION TIME 30 minutes

AIR SAMPLING VOLUME 1 m3

CONTACT TIME (AFTER 
NEBULIZATION)

Immediately after nebulization (time 0)
30 minutes after nebulization
60 minutes after nebulization
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PREPARATION OF THE 
TEST CHAMBER (FOR EACH 
NEBULIZATION RUN)

The sterilized Collison nebulizer - filled with bacterial suspension - was connected to 
the test chamber via a sterilized glass aerosol delivery tube surrounded by 
thermostatic water, in order to obtain a temperature in the aerosol of 20°C ± 5°C. 
The Collison nebulizer was connected to the air-flow system. The test chamber and 
its content were exposed to the spore bacterial aerosol for 30 minutes.

The test chamber surfaces were sanitized with wipes imbibed with 6% H2O2 solution 
before and after each run, then dried with sterile wipes after 30 minutes exposure to 
H2O2. 
6 contact plates were used to verify the microbial contamination after the sanitizing 
treatment.
The contact plates were incubated at 30°-35°C for 2 days and then at 20-25°C for 5 
days. 

The level of the environmental contamination after test chamber opening and 
sanitization were monitored during the experimental phase in order to validate the 
sanitizing procedure using 6 witness plates placed outside the test chamber. Plates 
were incubated at 30°-35°c for 2 days and then at 20-25°C for 5 days.

PHASE I

A bacterial suspension of E. coli K12 showing a concentration of 1.5 – 5.0 x106 cfu/ml 
has been diluted up to the decimal dilutions 10-4 and 10-5. Each dilution was pour plated 
in duplicate. 
The number of colony-forming units per ml has been determined following incubation for 
48 hours at 37°C±1°C and the actual count of the microbial test suspension, expressed 
as N value, was calculated.

The suspension has been nebulized inside the test chamber for 30 minutes. 
The aerosol dispersion inside the chamber has been maintained with using two internal 
fans.
4 TSA sterile plates were inserted into the test chamber as witness plates and opened 
just before closure of the chamber in order to sample and record bacteria touching the 
lower chamber surface during the exposure time (considering a sufficiently 
homogeneous dispersion of the aerosolized inoculum). 
After 30 minutes the nebulization was stopped and an air volume of 1 m3 has been 
immediately sampled using SAS. Plates were incubated for 48 hours at 37°C±1°C and 
the number of CFU/plate (Nc) was determined. 
This procedure has been performed in triplicate, in order to confirm the reproducibility 
of the adopted experimental conditions.

The same procedure has been repeated in order to verify the recovery of the 
microorganism at different contact times (i.e. 30 minutes and 60 minutes) after 
nebulization.

PHASE II

A bacterial suspension of E. coli K12 showing a concentration of 1.5 – 5.0 x107 cfu/ml 
has been diluted up to the decimal dilutions 10-5 and 10-6. Each dilution was pour plated 
in duplicate. 
The number of colony-forming units per ml has been determined following incubation for 
48 hours at 37°C±1°C and the actual count of the microbial test suspension, expressed 
as N value, was calculated.

The suspension has been nebulized inside the test chamber for 30 minutes. 
8 TSA sterile plates were inserted into the test chamber as sedimental plates and 
distributed in order to cover the entire surface base area. Plates were opened just 
before closure of the chamber in order to sample and record bacteria touching the 
lower chamber surface during the exposure time (considering a sufficiently 
homogeneous dispersion of the aerosolized inoculum). 
After 30 minutes the nebulization was stopped and the 8 sedimental plates recovered 
in order to measure the microorganism contamination. Plates were incubated for 48 
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hours at 37°C±1°C and the number of CFU/plate (Nc) was determined.
This procedure has been performed in triplicate, in order to confirm the reproducibility 
of the adopted experimental conditions and the homogeneous dispersion of the 
microbial aerosol.

RESULTS See Addendum N. 1

CONCLUSIONS OF 
METHOD SET-UP

The use of fans inside the test chamber was not sufficient to keep the suspension 
circulating in the air for long contact times.
For this reason, it has been decided to consider the number of surviving microorganisms 
recovered from the surface base area after nebulization, that ensure a better and 
reproducible recovery of E. coli K12 in the adopted test conditions.
Since recovery is not stable for longer contact times after nebulization, the reduction in  
viable count of bacteria after the use of the device is calculated in comparison to the 
recovery at time 0.

EXPERIMENTAL PROCEDURE  - SCREENING AIR SANITIZATION TEST 

TEST STRAIN Escherichia coli K12 DSM 11250
INOCULUM 
CONCENTRATION

1.5 – 5.0 x107 cfu/ml

NEBULIZATION TIME 30 minutes
CONTACT TIME (AFTER 
NEBULIZATION) 4 hours

PREPARATION AND COUNT 
OF THE BACTERIAL TEST 
SUSPENSION

The bacterial suspension with a concentration of 1.5 – 5.0 x107 cfu/ml has been diluted 
up to the decimal dilutions 10-5 and 10-6. Each dilution was pour plated in duplicate. 
The number of colony-forming units per ml has been determined following incubation 
for 48 hours at 37°C±1°C and the actual count of the microbial test suspension, 
expressed as N value, was calculated.

PREPARATION OF THE TEST 
CHAMBER (FOR EACH 
NEBULIZATION RUN)

The test chamber surfaces were sanitized with wipes imbibed with 6% H2O2 solution 
before and after each run, then dried with sterile wipes after 30 minutes exposure to 
H2O2. 
6 contact plates were used to verify the microbial contamination after the sanitizing 
treatment.
The contact plates were incubated at 30°-35°C for 2 days and then at 20-25°C for 5 
days. 

The sterilized Collison nebulizer - filled with bacterial suspension - was connected to 
the test chamber via a sterilized glass aerosol delivery tube surrounded by 
thermostatic water, in order to obtain a temperature in the aerosol of 20°C ± 5°C. 
The Collison nebulizer was connected to the air-flow system. The test chamber and 
its content were exposed to the bacterial aerosol for 30 minutes.

The level of the environmental contamination after test chamber opening and 
sanitization were monitored during the experimental phase in order to validate the 
sanitizing procedure using 6 witness plates placed outside near the test chamber. 
Plates were incubated at 30°-35°c for 2 days and then at 20-25°C for 5 days.
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ASSAY (TO BE PERFORMED 
IN TRIPLICATE)

The device has been placed inside the test chamber with the filter near the nebulization 
delivery tube and it has been switched on for at least one hour before the beginning of 
the test.
Then, a bacterial suspension of E. coli K12 has been nebulized inside the test chamber 
for 30 minutes. 

8 TSA sterile plates were inserted into the test chamber as sedimental plates and 
distributed in order to cover the entire surface base area. Plates were opened just 
before closure of the chamber in order to sample and record bacteria touching the 
lower chamber surface during the exposure time (considering a sufficiently 
homogeneous dispersion of the aerosolized inoculum). 
After 30 minutes the nebulization was stopped and the device has been left on for a 
contact time of 4 hours. At the end of the set contact time, the 8 sedimental plates 
were recovered and incubated for at least 48 hours at 37°C±1°C, in order to measure 
the microorganism contamination. The number of CFU/plate (Na) was determined. 

UNTREATED CONTROL (TO 
BE PERFORMED IN 
TRIPLICATE)

An untreated control (Nc) has been performed, without the device, in order to measure 
the initial microbial contamination inside the test chamber.

A bacterial suspension of E. coli K12 has been nebulized inside the test chamber for 30 
minutes. 

8 TSA sterile plates were inserted into the test chamber as sedimental plates and 
distributed in order to cover the entire surface base area. Plates were opened just 
before closure of the chamber in order to sample and record bacteria touching the 
lower chamber surface during the exposure time (considering a sufficiently 
homogeneous dispersion of the aerosolized inoculum). 

After 30 minutes the nebulization was stopped and the 8 sedimental plates were 
recovered and incubated for at least 48 hours at 37°C±1°C, in order to measure the 
microorganism contamination. The number of CFU/plate (Nc) was determined. 

INTERPRETATION OF 
RESULTS

Vitality reduction has been calculated at the end of the process as follows:

where: 
R = % Reduction of vitality 
Nc = number of cfu/plate in the untreated control at time 0
Na = number of cfu/plate in the test assay at the set contact time

% of Reduction after 4 hours of contact time
Microorganism Replica 1 Replica 2 Replica 3

Escherichia coli K12 
DSM 11250 99.34% 98.81% 99.22%RESULTS

% R Average 99.14%

See Addendum N. 2

NaNcR 
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CONCLUSIONS

The air treatment with P.h.o.e.b.e Technology for BRID resulted EFFECTIVE against 
E. coli K12 after 4 hours of contact time, in the adopted test conditions. 
In particular, the treatment determined an average reduction of 99.14% in viability of 
the test organism.

ADDENDA
N. 1: RAW DATA ELABORATION – SETUP PHASE (11 pages) 
N. 2: RAW DATA ELABORATION – SCREENING PHASE (6 pages)

This test report may not be reproduced in part unless expressly approved in writing by Eurofins Biolab S.r.l. 
The test results relate only to the tested items. Sampling, except specific indication on test report, is always intended to be made by the 

Sponsor. Information provided by the Sponsor are under Sponsor responsibility
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Provaperla valutazione dell'integrità di chiusura di contenitori

verso spore nebulizzate

 

 (Validation of container closure integrity vs aerosolised spore)

 

Data inizio (Started on):

ID. studio (/D. Study) :

12/03/2020

STULV20AA0485-1

PagmaTPage); 173

REPU A

ID. campione (ID. sample): LV-MAT-FOV7-20-042-0745:a

Replica 1 - Microbial control of test chamberafter sanitizing treatment(before starting the assay)
 

 

 

 

 

 

   
 

 

 

 

   
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

        
Sigla tecnico (Technician signature): &D 20370

Sigla Approvazione (Approval signature): OR roles lo

Contactplates eee|nn! (ug, Passani

plate 1 6 0 6 PASS

plate 2 9 1 10 PASS

plate 3 2 1 3 PASS

plate 4 5 0 5 PASS

plate 5 8 0 8 PASS

plate 6 12 0 12 PASS

Replica 1 - Bacterial Suspension Concentration

"RR DiTies|ese
. 104 260 252

ge [e ls» Da
Count (CFU/mI)] 2.6E+06 VALID

Replica 1 - Witnessplates(into the test chamberduring the assay)

Sedimentalplates SNee

plate 1 >330

plate 2 >330

plate 3 >330

plate 4 >330

Replica 1 - Microbial control of the room during the assay

Sedimentalplates days @30- days @20- Results (CFU/plate) Pass/Fail

plate 1 (near collison) 21 0 21 PASS

plate 2 (near collison) 15 0 15 PASS

plate 3 (nearcollison) 13 4 14 PASS

plate 4 (work bench) 10 1 11 PASS

plate 5 (work bench) 17 0 17 PASS

plate 6 (work bench) 6 0 6 PASS

Replica 1 - Microbial control of test chamberafter sanitizing treatment(after ending the assay)

Contact plates eaeair aesar| Results (CFUlplate) Pass/Fail
asc 2500

plate 1 25 1 26 PASS

plate 2 29 0 29 PASS

plate 3 31 2 33 PASS

plate 4 15 0 15 PASS

plate 5 22 0 22 PASS

plate 6 43 1 44 PASS

Datafine (Finished on):

Data (Date):

14/03/2020

25/03/2020

 

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
Casella di testo
ADDENDUM N.1



 

Prova perla valutazionedell'integrità di chiusura di contenitori
a È verso spore nebulizzate> eurofins

 

 
®

(Validation of container closure integrity vs aerosolised spore)    Pagma (Page) 273

Datainizio (Started on): 12/03/2020 (FaMON è

ID. studio (ID. Study): STULV20AA0485-1 ID. campione(ID. sample): LV-MAT-FOV7-20-042-0745:a

Replica 2 - Microbial control of test chamberaftersanitizing treatment (before Starting the assay)
 

 

 

 

 

 

   
 

 

 

 

    
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

        

Contactplates Mipere| oi Pass/Fail

plate 1 7 o 7 PASS

plate 2 4 0 4 PASS

plate 3 5 2 7 PASS
plate 4 10 1 11 PASS

plate 5 9 1 10 PASS

plate 6 11 0 11 PASS

Replica 2- Bacterial Suspension Concentration

Microrganism test Dil. Sa

. . 10% 273 261
easierSeK12 DSM 10° 30 28

Count (CFU/ml) 2.7E+06 VALID

Replica 2 - Witnessplates(into the test chamber during the assay)

Sedimentalplates ae

plate 1 >330

plate 2 >330

plate 3 >330

plate 4 >330

Replica 2- Microbial control of the room during the assay

Sedimentalplates days @30-
|

days @20-
|

Results (CFU/plate)
|

Pass/Fail

plate 1 (near collison) 18 1 19 PASS

plate 2 (near collison) 17 0 17 PASS

plate 3 (near collison) 13 2 15 PASS

plate 4 (work bench) 9 3 12 PASS

plate 5 (work bench) 11 0 11 PASS

plate 6 (work bench) 3 0 3 PASS

Replica 2 - Microbial control of test chamberaftersanitizing treatment(after ending the assay)

Contactplates ayeene fiaoon“| Results (CFUIplate)

|

Pass/Fail360 2500

plate 1 13 0 13 PASS

plate 2 11 3 14 PASS

plate 3 16 0 16 PASS

plate 4 15 1 16 PASS

plate 5 21 1 22 PASS

plate 6 20 0 20 PASS

Sigla tecnico (Technician signature): ED 23boslzo Data fine (Finished on): 14/03/2020

Sigla Approvazione (Approval signature): aH ee ho Data (Date): 25/03/2020
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Prova perla valutazione dell'integrità di chiusura di contenitori

verso spore nebulizzate
 

(Validation of container closure integrity vs aerosolised spore) 
 

Datainizio (Started on):

ID. studio (/D. Study):

Pagina (Page) 37%

12/03/2020 PL2

STULV20AA0485-1 ID. campione(ID. sample); LV-MAT-FOV7-20-042-0745:a

Replica 3- Microbial control of test chamberafter sanitizing treatment (before starting the assay)
 

 

 

 

 

 

   
 

 

 

 

    
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

        

Contact plates eenne") cupa, Passifal

plate 1 2 0 2 PASS

plate 2 5 0 5 PASS

plate 3 6 0 6 PASS

plate 4 4 2 6 PASS

plate 5 3 0 3 PASS

plate 6 ¢ i 8 PASS

Replica 3 - Bacterial Suspension Concentration

Microrganism test Dil, N comessprrsoni

a . 10% 288 293
Reeneriehis col Sie DSM 105 27 31

Count (CFU/mI)| —2.9E+06 VALID

Replica 3 - Witness plates (into the test chamberduring the assay)

Sedimentalplates anlai

plate 1 >330

plate 2 >330

plate 3 >330

plate 4 >330

Replica 3 - Microbial control of the room during the assay

Sedimentalplates days @I0- days @20- Results (CFU/plate) Pass/Fail

plate 1 (near collison) 20 1 21 PASS

plate 2 (nearcollison) 11 oz 13 PASS

plate 3 (nearcollison) 18 0 18 PASS

plate 4 (work bench) 9 0 9 PASS

plate 5 (work bench) 7 0 7 PASS

plate 6 (work bench) 13 0 13 PASS

Replica 3 - Microbial control of test chamberafter sanitizing treatment(after ending the assay)

Contact plates Sieane aeoai Results (CFU/plate) Pass/Fail
asc 2500

plate 1 6 0 6 PASS

plate 2 7 0 PASS

plate 3 3 0 PASS

plate 4 11 1 12 PASS

plate 5 9 0 PASS

plate 6 10 1 11 PASS

Sigla tecnico (Technician signature): D 330 Data fine (Finished on): 14/03/2020

Sigla Approvazione (Approvalsignature): O ebiho Data (Date): 25/03/2020
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Provaperla valutazionedell'integrità di chiusura di contenitori
ae e u rofi n S verso spore nebulizzate
 

(Validation of container closure integrity vs aerosolised spore) 
 Pagina (Page) 474

 

 

 

      

Datainizio (Started on): 12/03/2020

ID. studio (/D. Study): STULV20AA0485-1 ID. campione(ID. sample): LV-MAT-FOV7-20-042-0745:a

Setup results

Untreated control (Nc)

: 0 min after nebulization
Test microorganism

Replica 1 (cfu/plate) Replica 2 (cfu/plate) Replica 3 (cfu/plate)

Escherichia coli K12
DSM 11250 221 169 193

Log value 2.34 2.28 2.29

Sigla tecnico (Technician signature); &D 2I-o3|© Datafine (Finished on): 14/03/2020

Sigla Approvazione (Approval signature): St bile Data (Date): 25/03/2020
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Prova perla valutazionedell'integrità di chiusura di contenitori

 

 (Validation of container closureintegrity vs aerosolised spore)

 

Datainizio (Started on):

ID. studio (/D. Study):

19/03/2020

STULV20AA0485-1

PEPU A
ID. campione(ID. sample):

Pagina (Page) 17

Replica 1 - Microbial controlof test chamberafter sanitizing treatment (before starting the assay)
 

 

 

 

 

 

   
 

 

 

 

    
 

 

 

 

 

 

 

 

 

 

 

 

 

Contactplates ere|cane joruigiels Pass/Fail

plate 1 5 0 5 PASS

plate 2 7 0 7 PASS

plate 3 2 o 2 PASS
plate 4 11 2 13 PASS

plate 5 9 0 9 PASS

plate 6 9 il 10 PASS

Replica 1 - Bacterial Suspension Concentration

fo aTese|
. 10+ 290 277

Count (CFU/ml) 2.8E+06 VALID.

Replica 1 - Witness plates (into the test chamber during the assay)

Sedimental plates e

plate 1 >330

plate 2 >330

plate 3 >330

plate 4 >330

Replica 1 - Microbial control of the room during the assay

Sedimentalplates days @30- |days @20- |Results (CFU/plate) Pass/Fail

plate 1 (near collison) 12 0 12 PASS

plate 2 (nearcollison) 23 2 25 PASS

plate 3 (nearcollison) 17 0 17 PASS

plate 4 (work bench) 11 0 11 PASS

plate 5 (work bench) 19 2 21 PASS

plate 6 (work bench) 10 1 11 PASS
 

Replica 1 - Microbial control of test chamberafter sanitizing treatment(after ending the assay)
 

[Growth observed after 2] Growth observedafter 5]

 

 

 

 

 

   Contact plates days @30- days @20- Results (CFU/plate) Pass/Fail
380 250

plate 1 10 0 10 PASS

plate 2 17 1 18 PASS

plate 3 16 0 16 PASS

plate 4 20 3 23 PASS

plate 5 11 3 14 PASS

plate 6 10 0 10 PASS     
Sigla tecnico (Technician signature; td 23\o3|k©

Sigla Approvazione (Approvalsignature): OH Lelealr

Datafine (Finished on):

Data(Date):

LV-MAT-FOV7-20-042-0745:a

21/03/2020

25/03/2020
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Provaperla valutazione dell'integrità di chiusura di contenitori
a e u rofi n S verso spore nebulizzate
 

(Validation of container closure integrity vs aerosolised spore)    Pagina (Page) 277

Datainizio (Started on): 19/03/2020 REPU CA È

ID. studio (/D. Study): STULV20AA0485-1 ID. campione (ID. sample): LV-MAT-FOV7-20-042-0745:a

Replica 2 - Microbial control of test chamberafter sanitizing treatment(before starting the assay)
 

 

 

 

 

 

   
 

 

 

 

    
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

        

Contact plates Cmclena" (cruiplate) Pass/Fail

plate 1 11 0 11 PASS

plate 2 1 PASS

plate 3 12 2 14 PASS

plate 4 0 PASS

plate 5 0 PASS

plate 6 9 1 10 PASS

Replica 2- Bacterial Suspension Concentration

Microrganism test > N (counttest suspension)

Dil. x (cfu/plate) x" (cfu/plate)

. 10% 279 294
Escherichiacolt12 DSM 105 26 29

Count (CFU/ml), 2.9E+06 VALID

Replica 2 - Witness plates (into the test chamberduring the assay)

Sedimentalplates Se

plate 1 >330

plate 2 >330

plate 3 >330

plate 4 >330

Replica 2- Microbial control of the room during the assay

Sedimental plates days @20- days @20- Results (CFU/plate) Pass/Fail

plate 1 (nearcollison) 12 0 12 PASS

plate 2 (near collison) 13 hi 14 PASS

plate 3 (near collison) 19 0 19 PASS

plate 4 (work bench) 7 0 q PASS

plate 5 (work bench) 10 1 11 PASS

plate 6 (work bench) 9 1 10 PASS _

Replica 2 - Microbial control of test chamberafter sanitizing treatment(after ending the assay)

Contactplates Pareneo Conmeee. "1 Results (CFU/plate) Pass/Fail
35°C 2500

plate 1 21 0 21 PASS

plate 2 22 0 22 PASS

plate 3 15 0 15 PASS

plate 4 a 4 21 PASS

plate 5 10 3 13 PASS

plate 6 16 1 LE PASS

Sigla tecnico (Technician signature): ZD 2rloslo Data fine (Finished on): 21/03/2020

Sigla Approvazione (Approval signature): ox de miro Data (Date): 25/03/2020
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(Validation of container closure integrity vs aerosolised spore)    Pagina (Pagey 374

Datainizio (Started on): 19/03/2020 RPL 2
ID. studio (ID. Study) : STULV20AA0485-1 ID. campione(ID. sample): LV-MAT-FOV7-20-042-0745:a

Replica 3- Microbial control of test chamberafter sanitizing treatment (beforestarting the assay)
 

 

 

 

 

 

 

Contactplates ehRaaryedae Seuactnecedater une Pass/Fail

plate 1 16 2 18 PASS

plate 2 16 ni 17 PASS

plate 3 7 0 7 PASS

plate 4 12 0 12 PASS

plate 5 15 3 18 PASS

plate 6 9 0 9 PASS   
Replica 3 - Bacterial Suspension Concentration

N (counttest suspension)
 

 Microrganism test

 

 

  Dil. (cfu/plate) x' (cfu/plate)

104 301 288
Escherichia coli K12 DSM =

41250 10 31 29

Count (CFU/ml) 3.0E+06 VALID   
Replica 3 - Witness plates (into the test chamber during the assay)

= Growih observed after 5 days
Sedimentalplates @20.35°C
 

 

 

 

 

plate 1 >330

plate 2 >330

plate 3 >330

plate 4 >330
 

Replica 3 - Microbial control of the room during the assay
 

 

 

 

 

 

 

Sedimentalplates days @s0- days @20- Results (CFU/plate) Pass/Fail

plate 1 (nearcollison) 16 2 18 PASS

plate 2 (near collison) 12 0 12 PASS

plate 3 (near collison) 19 1 20 PASS

plate 4 (work bench) 11 0 11 PASS

plate 5 (work bench) 15 1 16 PASS

plate 6 (work bench) 17 1 18 PASS
 

Replica 3 - Microbial control of test chamberaftersanitizing treatment(after ending the assay)
 [Growth observed after 2] Growth observed after5]

 

 

 

 

 

        
Contact plates days @0- days @20- Results (CFU/plate) Pass/Fail

asc 25°C

plate 1 5 0 5 PASS

plate 2 9 2 11 PASS

plate 3 10 0 10 PASS

plate 4 6 0 6 PASS

plate 5 13 2 15 PASS

plate 6 8 2 10 PASS

Sigla tecnico (Technician signature): sb 23030 Datafine (Finished on) 21/03/2020

Sigla Approvazione (Approval signature): OR tetiho Data (Date): 25/03/2020

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
Casella di testo
ADDENDUM N.1



 

ea

 

 
a eurofins

Prova perla valutazionedell'integrita di chiusura di contenitori

verso spore nebulizzate
 

 (Validation of container closureintegrity vs aerosolised spore)

 

Datainizio (Started on):

ID. studio (ID. Study):

Set up results

Untreated control (Nc)

19/03/2020

STULV20AA0485-1

Pagina (Pages 47

ID. campione (ID. sample): LV-MAT-FOV7-20-042-0745:a

 

Test microorganism
0 min 30 min 60 min
 

Replica 1 (cfu/plate) Replica 2 (cfu/plate) Replica 3 (cfu/plate)
 

Escherichia coli K12

      
DSM 11250 188 ee 3

Log value 2.27 1.34 0.48

Sigla tecnico (Technician signature): ED 2%bs|ko Datafine (Finished on): 21/03/2020

Sigla Approvazione (Approval signature): SA WG los)12 Data (Date): 25/03/2020

 

 

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
Casella di testo
ADDENDUM N.1



 

 
<* eurofins

Provaperla valutazionedell'integrità di chiusura di contenitori

verso spore nebulizzate
 

 (Validation of container closure integrity vs aerosolised spore)

 

Datainizio (Started on): 22/04/2020

ID. studio (/D. Study) : STULV20AA0485-1

(PURA

Pagina (Pagey I

ID. campione(ID. sample): LV-MAT-FOV7-20-042-0745:a

Microbial control of test chamberafter sanitizing treatment(before starting the assay)
 

 

 

 

 

 

   
 

 

 

 

 

 

 

 

 

 

 

 

 

Contactplates CRann| iccuiters Pass/Fail

plate 1 25 1 26 PASS

plate 2 14 1 15 PASS

plate 3 17 0 At PASS

plate 4 23 0 23 PASS

plate 5 20 0 20 PASS

plate 6 12 0 12 PASS

Bacterial Suspension Concentration

Microrganism test Dil, N ‘eitresiSpensioni

N 105 214 199
Sachereni K12 DSM 10° 20 18

Count (CFU/ml), 2.1E+07 VALID.

Microbial control of the room during the assay

Sedimentalplates days @30- days @20- Results (CFU/plate) Pass/Fail

plate 1 (nearcollison) Z 0 2 PASS

plate 2 (nearcollison) 6 0 6 PASS

plate 3 (near collison) 0 0 0 PASS

plate 4 (work bench) 1 1 2 PASS

plate 5 (work bench) 4 0 4 PASS

plate 6 (Work bench) Pi 2 9 PASS
 

Microbial control of test chamberafter sanitizing treatment(after ending the assay)
 

[Growth observed after 2] Growth observed after5]

 

 

 

 

 

    Contact plates days @30- days @20- Results (CFU/plate) Pass/Fail
asc asc

plate 1 31 0 31 PASS

plate 2 26 0 26 PASS

plate 3 28 1 29 PASS

plate 4 19 0 19 PASS

plate 5 26 2 28 PASS
plate 6 20 2 22 PASS    

Nc - Untreated control
 

Sedimental plates
Nc- controlat time 0
 

 

 

 

 

 

 

 

 

 

   (cfu/plate)

plate 1 205

plate 2 150

plate 3 109

plate 4 129

plate 5 128

plate 6 124

plate 7 137

plate 8 159

cfu/plate average 143

Log 2.15   
Sigla tecnico (Technician signature): co AUTOS! 20

Sigla Approvazione (Approval signature): A RS esl o,

Data fine (Finished on): 24/04/2020

Data (Date): 27/04/2020

 

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
Casella di testo
ADDENDUM N.1



 

  

“3.
 

eurofins verso spore nebulizzate

Prova perla valutazionedell'integrità di chiusura di contenitori

 

 (Validation of container closureintegrity vs aerosolised spore)

 

Datainizio (Started on):

ID. studio (ID. Study) :

22/04/2020

STULV20AA0485-1

(PL L

Pagma (Page) 273

ID. campione (ID. sample):

Microbial control of test chamberaftersanitizing treatment(before starting the assay)
 

[Growth observed after 2| Growth observed after 5| Results

 

 

 

 

 

   
 

 

 

 

 

 

 

 

 

 

 

 

 

Contactplates days @10.35°C days @20-25°C (CFU/plate) Pass/Fail

plate 1 11 0 11 PASS

plate 2 17 0 17 PASS

plate 3 16 2 18 PASS

plate 4 14 1 15 PASS

plate 5 22 0 22 PASS

plate 6 18 0 18 PASS

Bacterial Suspension Concentration

Microrganism test Dil N teetestacsrereion

105 214 199
PaceraaaIO DSM 10° 20 18

Count (CFU/ml) 2.1E+07 VALID

Microbial controlof the room during the assay

Sedimental plates days @30-

|

days @20-

|

Results (CFU/plate) Pass/Fail

plate 1 (near collison) 0 0 0 PASS

plate 2 (near collison) 1 2 PASS

plate 3 (nearcollison) 0 0 0 PASS

plate 4 (work bench) 3 0 3 PASS

plate 5 (Work bench) 1 0 4 PASS

plate 6 (work bench) 4 0 4 PASS
 

Microbial control of test chamberafter sanitizing treatment(after ending the assay)
 

[Growth observed after 2] Growth observed after 5|

 

 

 

 

 

 

Contactplates days @30-

|

days @20-

|

Results (CFU/plate)

|

Pass/Failasc 250
plate 1 29 1 30 PASS

plate 2 25 0 25 PASS

plate 3 13 3 16 PASS

plate 4 16 0 16 PASS

plate 5 24 0 24 PASS

plate 6 18 4 19 PASS       
Nc - Untreated control
 

Sedimentalplates
Nc - control attime 0
 

 

 

 

 

 

 

 

 

 

     (cfu/plate)

plate 1 133

plate 2 155

plate 3 110

plate 4 180

plate 5 118

plate 6 132

plate 7 166

plate 8 169

cfu/plate average 145

Log 2.16

Sigla tecnico (Technician signature; CO ANOSIZ

Sigla Approvazione (Approval signature): A rbsho

LV-MAT-FOV7-20-042-0745:a

Datafine (Finished on):

Data (Date):

24/04/2020

27/04/2020

 

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
Casella di testo
ADDENDUM N.1



 

Prova perla valutazione dell'integrità di chiusura di contenitori
< e u rofi n S verso spore nebulizzate

 

 

(Validation of container closure integrity vs aerosolised spore)    Pagina (Papa) 373

Datainizio (Started on) : 22/04/2020 MPUA 3

ID. studio (ID. Study): STULV20AA0485-1 ID. campione(ID. sample): LV-MAT-FOV7-20-042-0745:a

Microbial control of test chamberafter sanitizing treatment(before Starting the assay)
 

 

 

 

 

 

 

Contactplates ORE| panni o Pass/Fail

plate 1 15 0 15 PASS

plate 2 19 1 20 PASS

plate 3 22 1 23 PASS

plate 4 17 8 20 PASS

plate 5 12 0 12 PASS

plate 6 10 0 10 PASS   
Bacterial Suspension Concentration
 

. . N (counttest suspension)
Microrganism test 

 

 

 

Dil. x (cfu/plate) x' (cfu/plate)

10° 214 199
Escherichia coli K12 DSM =

11250 10 20 ca
Count (CFU/mI)|  2.1E+07 VALID
 

Microbial control of the room during the assay
 

 

 

 

 

 

 

Sedimental plates days @30- days @20- Results (CFU/plate) Pass/Fail

plate 1 (near collison) 0 o 0 PASS

plate 2 (nearcollison) 0 0 0 PASS

plate 3 (near collison) 0 4 1 PASS

plate 4 (work bench) 3 0 8 PASS
plate 5 (work bench) v 0 È PASS

plate 6 (work bench) 0 2 2 PASS
 

Microbial control of test chamberafter sanitizing treatment(after ending the assay)
[Growth observed after2] Growth observed after 5 

 

 

 

 

 

 

Contactplates days @30-

|

days @20-

|

Results (CFU/plate) Pass/Fail36°C 2500
plate 1 33 2 35 PASS

plate 2 24 0 24 PASS

plate 3 18 0 18 PASS

plate 4 25 1 26 PASS

plate 5 22 0 22 PASS
plate 6 19 2 21 PASS       

Nc - Untreated control
 

Nc - control at time 0
Sedimental plates 

 

 

 

 

 

 

 

 

 

     (cfu/plate)

plate 1 178

plate 2 160

plate 3 122

plate 4 156

plate 5 179

plate 6 158

plate 7 140

plate 8 142

cfu/plate average 154

Log 2.19

Sigla tecnico (Technician signature): CD ANU Sie Data fine (Finished on): 24/04/2020

Sigla Approvazione (Approval signature): HR2° bs|wo Data (Date): 27/04/2020

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
Casella di testo
ADDENDUM N.1



 

<* eurofins
 

verso spore nebulizzate

Provaperla valutazione dell'integrità di chiusura di contenitori

 

 (Validation of container closure integrity vs aerosolised spore)

 

Datainizio (Started on): 24/04/2020

ID. studio (/D. Study) :

Bacterial Suspension Concentration

STULV20AA0485-1

repua A

Pagma (Page}I

ID. campione(ID. sample)

 

Microrganism test
N (count test suspension)
 

 

 

     

Dil. x (cfu/plate) x' (cfu/plate)

10° 236 241
Escherichia coli K12 DSM a

11250 10 22 20
Count (CFU/ml) 2.4E+07 VALID   

Preparation of the test chamber- Nc

Microbial control of test chamberafter sanitizing treatment(before starting the assay)
 

Growth observed after2 Growth observed after5 Results

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Contactplates days @30-25°C ‘days @20-25°C (CFU/plate) Pass/Fail

plate 1 11 1 12 PASS

plate 2 16 0 16 PASS

plate 3 20 4 24 PASS

plate 4 14 il 15 PASS

plate 5 10 0 10 PASS

plate 6 8 0 8 PASS

Microbial controlof the room during the assa

Sedimental plates days @30- days @20- Results (CFU/plate) Pass/Fail

plate 1 (nearcollison) 5 0 5 PASS

plate 2 (nearcollison) 0 2 2 PASS

plate 3 (near collison) 1 0 1 PASS

plate 4 (work bench) 2 1 3 PASS

plate 5 (work bench) 0 0 0 PASS

plate 6 (work bench) 0 0 0 PASS
 

Microbial controlof test chamberaftersanitizing treatment(after ending the assay)
 

[Growth observed after2 Growth observed after5|

 

 

 

 

 

      
Contactplates days @30- days @20- Results (CFU/plate) Pass/Fail

380 250

plate 1 22 1 23 PASS

plate 2 15 1 16 PASS

plate 3 18 0 18 PASS

plate 4 26 0 26 PASS

plate 5 16 0 16 PASS

plate 6 19 0 19 PASS   
Sigla tecnico (Technician signature): BD Uslosko

Sigla Approvazione (Approvalsignature): A ARloto

Datafine (Finished on):

Data (Date):

LV-MAT-FOV7-20-042-0745:a

27/04/2020

30/04/2020

 

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
Casella di testo
ADDENDUM N.2



 

a eurofins
 

Provaperla valutazionedell'integrita di chiusura di contenitori

verso spore nebulizzate
 

 (Validation ofcontainer closure integrity vs aerosolised spore)

 

Data inizio (Started on):

ID. studio (/D. Study) :

Preparationof the test chamber- Na

24/04/2020

STULV20AA0485-1

REPU A

ID. campione (ID. sample):

Pagina (Page) 27

Microbial control of test chamberafter sanitizing treatment(before starting the assay)
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Contactplates Mae|de| fetes Pass/Fail

plate 1 9 0 9 PASS

plate 2 12 0 12 PASS

plate 3 8 2 10 PASS

plate 4 17 3 20 PASS

plate 5 13 0 13 PASS

plate 6 5 4 9 PASS

Microbial control of the room during the assay

Sedimentalplates days @30- days @20- Results (CFU/plate) Pass/Fail

plate 1 (nearcollison) 3 0 3 PASS

plate 2 (nearcollison) 1 0 1 PASS

plate 3 (nearcollison) 0 1 1 PASS

plate 4 (work bench) 0 0 0 PASS

plate 5 (work bench) 1 0 t PASS

plate 6 (work bench) 0 0 0 PASS

Microbial control of test chamberafter sanitizing treatment(after ending the assay)
(Growth observed after 2] Growth observed after5

Contact plates days @30- days @20- Results (CFU/plate) Pass/Fail
asc 2500

plate 1 25 0 25 PASS

plate 2 16 1 17 PASS

plate 3 18 0 18 PASS

plate 4 12 1 13 PASS

plate 5 9 1 10 PASS

plate 6 14 0 14 PASS       
Assay- Sedimentalplates into the test chamber
 

Nc - controlat time 0 Na - test at 4 hours
 Sedimental plates

 

 

 

 

 

 

 

 

 
 

  
 

 

(cfu/plate) (cfu/plate)

plate 1 159 2

plate 2 166 2

plate 3 152 1

plate 4 133 0

plate 5 123 2

plate 6 160 0

plate 7 185 1

plate 8 142 0

cfu/plate average 153 1

Log 2.18 0.00

LogR 2.18

%of Reductionin viability 99.34   
Sigla tecnico (Technician signature):  JU9ksko

Sigla Approvazione (Approvalsignature): ot Aleostw

LV-MAT-FOV7-20-042-0745:a

Datafine (Finished on):

Data (Date):

27/04/2020

30/04/2020

 

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
Casella di testo
ADDENDUM N.2



 

Provaperla valutazionedell'integrità di chiusura di contenitori

& e u rofi n S verso spore nebulizzate
 

(Validation of container closure integrity vs aerosolised spore)    Pagma tPape)T

Datainizio (Started on): 28/04/2020 PEEL L

ID. studio (ID. Study) : STULV20AA0485-1 ID. campione(ID. sample): LV-MAT-FOV7-20-042-0745:a

Bacterial Suspension Concentration
 

 

 

 

 

Mi lemitest N (counttest suspension)

voroAris Aos) Dil. x (cfu/olate) x' (cfu/plate)

10° 161 172
Escherichia coli K12 DSM 3

11250 10 1a a
Count (CFU/mI)] 1.7E+07 VALID      

Preparation of the test chamber- Nc

Microbial control of test chamberafter sanitizing treatment (before starting the assay)
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

        

Contact plates eve|aan” (erunietsy Pass/Fail

plate 1 15 1 16 PASS

plate 2 12 3 15 PASS

plate 3 18 0 18 PASS

plate 4 20 0 20 PASS

plate 5 24 2 26 PASS

plate 6 12 0 12 PASS

Microbial control of the room during the assa;

Sedimentalplates days @I0- days @20- Results (CFU/plate) Pass/Fail

plate 1 (nearcollison) 0 0 0 PASS

plate 2 (nearcollison) 0 0 0 PASS

plate 3 (nearcollison) 1 0 1 PASS

plate 4 (work bench) 0 (o) 0 PASS

plate 5 (work bench) 4 0 4 PASS

plate 6 (work bench) 0 0 0 PASS

Microbial control of test chamberafter sanitizing treatment(after ending the assay)

Contactplates ocn inooo Results (CFU/plate)] Pass/Fail
asc 2500

plate 1 23 0 23 PASS

plate 2 21 0 21 PASS

plate 3 18 1 19 PASS

plate 4 26 2 28 PASS

plate 5 14 0 14 PASS

plate 6 16 1 17 PASS

Sigla tecnico (Technician signature): D Agosto Datafine (Finished on): 30/04/2020

Sigla Approvazione (Approvalsignature): a dele st Data (Date); 04/05/2020

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
Casella di testo
ADDENDUM N.2



 

 

  

&* eurofins
Prova perla valutazione dell'integrità di chiusura di contenitori

verso spore nebulizzate
 

 (Validation of container closure integrity vs aerosolised spore)

 

Data inizio (Started on):

ID. studio (/D. Study) :

Preparation of the test chamber- Na

28/04/2020

STULV20AA0485-1

RELA T

ID. campione (ID. sample):

Pagina (Pagey

Microbial control of test chamberafter sanitizing treatment(before starting the assay)
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Contactplates sare’|aac| unee) Pass/Fail

plate 1 11 1 12 PASS

plate 2 1 8 PASS

plate 3 0 3 PASS

plate 4 5 0 5 PASS

plate 5 13 2 15 PASS

plate 6 9 0 9 PASS

Microbial control of the room during the assay

Sedimental plates days @30- days @2- Results (CFU/plate) Pass/Fail

plate 1 (near collison) 1 0 Al PASS

plate 2 (near collison) 0 0 0 PASS

plate 3 (nearcollison) 2 0 2 PASS

plate 4 (work bench) 2 1 8 PASS

plate 5 (work bench) 0 1 il PASS

plate 6 (work bench) 0 0 0 PASS

Microbial control of test chamberafter sanitizing treatment(after ending the assay)
[Growth observed after 2] Growth observed after 5

Contactplates days Quo days @20- Results (CFU/plate) Pass/Fail
asc 2500

plate 1 13 1 14 PASS

plate 2 12 0 12 PASS

plate 3 19 0 19 PASS

plate 4 15 2 17 PASS

plate 5 22 0 22 PASS

plate 6 8 1 9 PASS       
Assay - Sedimental plates into the test chamber
 

Sedimental plates
Nc - controlat time 0 Na - test at 4 hours
 

 

 

 

 

 

 

 

 

 

     

(cfu/plate) (cfu/plate)

plate 1 110 3

plate 2 172 1

plate 3 185 1

plate 4 116 2

plate 5 131 0

plate 6 168 3

plate 7 185 1

plate 8 198 4

cfu/plate average 158 2

Log 2.20 0.27

LogR 1.93

% of Reductionin viability 98.81   
Sigla tecnico (Technician signature): D ASlasleo

Sigla Approvazione (Approvalsignature): aa Aso

Data fine (Finished on):

Data (Date):

LV-MAT-FOV7-20-042-0745:a

30/04/2020

04/05/2020
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Prova perla valutazione dell'integrità di chiusura di contenitori

x e u rofi n S verso spore nebulizzate
 

(Validation of container closure integrity vs aerosolised spore)    Pagma (Page) T

Data inizio (Started on): 29/04/2020 (PUTA 2

ID. studio (ID. Study) : STULV20AA0485-1 ID. campione(ID. sample): LV-MAT-FOV7-20-042-0745:a

Bacterial Suspension Concentration
 

 

 

 

 

Mi iamitest N (counttest suspension)

ierorganisntto Dil. x (ciu/plate) x’ (cfu/plate)

10° 219 237
Escherichia coli K12 DSM Sa

11250 10 24 25

Count (CFU/ml), 2.3E+07 VALID      
Preparation of the test chamber - Nc

Microbial control of test chamberafter sanitizing treatment (before starting the assay)
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

        

Contact plates ESea urge Pass/Fail

plate 1 16 1 17 PASS

plate 2 21 1 22 PASS

plate 3 14 1 15 PASS

plate 4 10 0 10 PASS

plate 5 13 0 13 PASS

plate 6 20 2 22 PASS

Microbial control of the room during the assa

Sedimental plates days @30- days @20- Results (CFU/plate) Pass/Fail

plate 1 (near collison) 1 0 1 PASS

plate 2 (near collison) 0 0 0 PASS

plate 3 (near collison) 0 0 0 PASS

plate 4 (work bench) 0 1 1 PASS

plate 5 (work bench) 2 0 2 PASS

plate 6 (work bench) 3 0 3 PASS

Microbial control of test chamberafter sanitizing treatment(after ending the assay)

[Growth observed after 2] Growth observed after5
Contactplates days wei| wee @20- Results (CFU/plate) Pass/Fail

plate 1 27 1 28 PASS

plate 2 19 0 19 PASS

plate 3 15 0 15 PASS

plate 4 23 1 24 PASS

plate 5 16 0 16 PASS

plate 6 11 0 11 PASS

Sigla tecnico (Technician signature): DI A9b520 Data fine (Finished on): 04/05/2020

Sigla Approvazione (Approval signature): a IXoxfuo Data (Date): 05/05/2020

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
Casella di testo
ADDENDUM N.2



 

 

wo

 
eurofins

Provaperla valutazionedell'integrità di chiusura di contenitori

verso spore nebulizzate
 

 (Validation of container closure integrity vs aerosolised spore)

 

Datainizio (Started on): 29/04/2020

ID. studio (ID. Study):

Preparation of the test chamber- Na

STULV20AA0485-1

RRPUCA 2
ID. campione (ID. sample):

Pagina (Pagey

Microbial control of test chamberafter sanitizing treatment(before starting the assay)
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Contactplates reSenor| (cupa) Pass/Fail

plate 1 5 1 6 PASS

plate 2 È 0 7 PASS

plate 3 10 3 13 PASS

plate 4 6 0 6 PASS

plate 5 4 1 5 PASS

plate 6 3 0 8 PASS

Microbial control of the room during the assay

Sedimental plates days @30- days @20- Results (CFU/plate) Pass/Fail

plate 1 (near collison) 2 A 3 PASS

plate 2 (near collison) 0 0 0 PASS

plate 3 (near collison) 1 0 1 PASS

plate 4 (work bench) 1 0 1 PASS

plate 5 (work bench) 0 1 1 PASS

plate 6 (work bench) 0 0 0 PASS

Microbial control of test chamberafter sanitizing treatment (after ending the assay)
Growth observed after 2] Growth observed after 5

Contactplates days we| oe se Results (CFU/plate) Pass/Fail

plate 1 12 1 13 PASS

plate 2 16 2 18 PASS

plate 3 8 0 8 PASS

plate 4 17 0 17 PASS

plate 5 6 $ 9 PASS

plate 6 42 0 12 PASS       
Assay - Sedimental plates into the test chamber
 

 

 

 

 

 

 

 

 

 

 

        

Nc - control at time 0 Na - test at 4 hours
Sedimental plates

(cfu/plate) (cfu/plate)

plate 1 154 1

plate 2 173 1

plate 3 182 0

plate 4 161 1

plate 5 139 3

plate 6 142 0

plate 7 166 3
plate 8 161 1

cfu/plate average 160 1

Log 2.20 1

LogR 2.11

% of Reductionin viability 99.22

Sigla tecnico (Technician signature): Sa Alsko

Sigla Approvazione (Approval signature): A Abs

LV-MAT-FOV7-20-042-0745:a

Datafine (Finished on):

Data (Date):

04/05/2020

05/05/2020

 

Analytical Report: AAH84468, Eurofins Number: STULV20AA0485-1, Version: 1

R79K
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