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ClarionMask

TECHNICAL SHEET

CLASS | MEDICAL DEVICE
TYPE Il SURGICAL MASK

COMPLIES WITH UNI EN 14683: 2014 AND UNI EN ISO 10993 STANDARDS (part 5 and part 10)
Medical Device Directory Number: 1965271

CLARIONMASK is a Class | and TYPE Il Surgical Mask.
Like all TYPE Il masks, it has a high filtering power in compliance with the reference standard EN
14683.

The fraditional mask allows the deposit of viruses on the surface layers of the same, without
eliminating them.

The superficial tissues of ClarionMask, on the other hand, are treated with LIVINGUARD
Technology, the exclusive self-disinfecting formulation that mechanically inhibits the activity of
bacteria and viruses and prevents their proliferation (eliminating them from the surface),
guaranteed prolonged and effective protection from the risk of contamination.

ClarionMask is the mask that "inactivates" viruses,
including 99.9% of the SARS-CoV-2 which causes Coronavirus.

Technically, this technology applies a positive charge at the molecular level to the surfaces of
tissues. When the microbes come into contact with these positive charges, the microbial cells,
which have a negative charge, are eliminated, thus leading to the permanent destruction of
the microorganisms.
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PRODUCT DESCRIPTION

CLARIONMASK, 5-layer surgical mask with high filtering power by Clarion Living s.r.l. made in Italy,
with exclusively Italian products and with a high sartorial quality, it consists of:

e an outerlayer of colored cotton (100% poplin) fabric;

¢ 3intermediate layers of polypropylene fabric according to an exclusive process called
3VR;

e aninternal layer of colored cotton fabric (100% Yersey).

Each layer is structured differently for the specific function it is intended for: protective on the
outside, filtering in the intermediate layers, protective and comfortable on the inside.

Inside the outer layer, in the upper central part, a nose shaping underwire is sewn, called “nose”,
in order to better adapt the closure of the mask in correspondence with the nose.

In the lower part, the adaptation to the face has been entrusted to an elastic webbing (cotton-
based) inside which an elastic is sewn, the length of which allows it to pass behind the ear and
return to be sewn in the upper side of the mask, in order to allow the perfect adherence of the
mask to the face.

The elastics have a regulating ring for greater or lesser traction of the mask to the face, with two
final rings that allow a further pull of the elastics behind the neck.

A fabric label is sewn inside the mask, which can be cut, showing the certifications of the same
and its storage and washing methods.

On the outside and laterally on the left side, a cotton ribbon is sewn with the indications of the
percentages of the products used for the realization of the CLARIONMASK and the logo of the
Clarion Living manufacturer.

On the left side, the logo of the company that supplies the technology used for the antiviral
treatment of fabrics (both external and internal), LIVINGUARD (Suisse), is hot stamped.
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FABRIC TREATMENT

For the realization of CLARIONMASK, the highest quality Italian cotton fabrics were used.

The same have been treated in Switzerland with Livinguard Technology.

Thanks to the use of these high quality fabrics, CLARIONMASK is extremely light, while at the
same time ensuring a great filtration capacity for bacteria and viruses, together with a low
resistance to respiratory flows.

All this makes the use of CLARIONMASK comfortable, while ensuring a high degree of safety,
brought about by the permanent destruction of microorganisms.

CERTIFICATIONS — FABRIC TEST

The LIVINGUARD technology, applied to fabrics, renders ineffective up to 99.9% the viruses
exhaled by humans, such as SARS-COV-2, known as CORONAVIRUS.

Freie Universitat of Berlin (FUB), RWTH Institute of Textile Technology of Aachen and University of
Arizona of Tucson with the tests carried out by them have unanimously certified that this
disinfectant applied to fabrics is capable of definitively inactivating the Coronavirus that
deposits onit.

REFERENCES

It is possible to consult on the LIVINGUARD or Clarion Living website the results of the official tests
performed on:

e Freie Universitat — Berlin
- Report test 30.07.2020 - Prof. Dr. Uwe R&sler and Dr. Anika Friese -
e University of Arizona —Tucson
- Report test 04.05.2020 - Luisa A. lkner Ph.D. and Charles P. Gerba Ph.D. -

CERTIFICATIONS - CLARIONMASK

CLARIONMASK is a: Class | Medical Device, Type Il Surgical Mask, according to the
requirements of the UNI EN 14683: 2014 standard.

CLARIONMASK is registered with the Italian Ministry of Health, as a Medical Device (DM) at n °
1965271, in the name of Clarion Living s.r.l.

SES
CLARIONMASK, is a reusable protective mask.
The outer fabric layer and the inner fabric layer are treated with the Swiss LIVINGUARD
technology, whose technical characteristics are visible on the official website.
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TECHNICAL FEATURES AND VALUES
of ClarionMask

TECHNICAL FEATURES VALUES

Sizes

Measurements in mm

SIZE A B C D E F

Measurements in gr

Peso
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TECHNICAL FEATURES VALUES

100% cotton POPLIN type fabric (Supima Cotton)

1° colored outer layer - made in ltaly -

3 superimposed layers of polypropylene fibrils

2°/3°/4° intermediate filter layer _made in ltaly -

5°inner layer 100% cotton YERSEY type falbric
(in contact with the face) - made in Ifaly -
HIGHER Tape sewn in 100% cotton - 20 mm
Edges
INFERIOR Tape sewn in cotfton / elastane
Nose clip Width 5 mm -ironrod @ 0.5 mm - central plate 0.3 mm - covered

with black polyethylene, conformable

Nose clip length mm 110

Empty tubular @ 5 mm
83% Nylon and 17% Spandex - black

Ear elastics hypoallergenic - elasticity 340% (+ 5%)
Length adjusters and final rings in Nylon and Silicon
Tensile strength of the ties Fm >N 35 = Kgf 3.57
Sewing Handcrafted in cotton
S . . Norm UNI EN 14683:2019+AC:2019
Filtering efficiency (B.F.E.) > 98% Lab. Techno Analisys — test report n. 2000579
. Norm UNI EN 14683:2019+AC:2019
Resistance to breath <18 Pa/cm2 Lab. Techno Analisys — test report n. 2000579
. Norm UNI EN 14683:2019+AC:2019
Bioburden <1 UFC/g Lab. Techno Analisys — test report n. 2000579
Odours Odourless totally
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TECHNICAL FEATURES VALUES
e USE > 8 hours a day
e FREQUENCY OF WASHING 1 every 7 days
Other characteristics o MAXIMUM N° WASHING 30 times
e EFFECTIVINESS 210 days
e SHELF LIFE 1 year from production date

Substances
which are not present

Does not contain glass fibres

Does not contain latex

Does not contain PVC

Does not contain Phthalates

Does not contain Methylchloroisothiazolinone

& Methylisothiazolinone

Does not contain dimethyl fumarate

Does not contain formaldehyde

Does not contain allergens

Does not contain heavy metals as: Antimony, Arsenic,
Cadmium, Mercury and Lead

Nickel detected with method of arfificial sweat: under limit
fixed by Reach

Biocompatibility assess-
ment

Not irritant for skin

- Norm UNI EN ISO 10993-10 -

Lab. Bio Basic Europe S.r.l.

Does not show any contact dermatitis allergic potential
- Norm UNI EN ISO 10993-10 -

Lab. Bio Basic Europe S.r.l.

Cleanliness and Linting

Cleanliness: 2,2 IPM
Linting: 2,3 Log10

Sterility

Not sterile
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TECHNICAL FEATURES VALUES

e Transparent bag
e First protection of the mask
e Bag made with 100% non-toxic and anti-suffocation

Primary packaging polypropylene
- Bag - e Main technical data printed in two languages (ITA / EN)
e Printing of the batch of origin, the production date and the
expiry date

e Adhesive closure

e Cardboard box with cream-colored background and Clarion
Living green writing (for single sale)

e Complete opening of the case so as not to damage the mask
during collection

¢ Man / woman model image print for better identification

e Colored sticker for the identification of the color variant, to the
main one

e Printing of the batch of origin, the production date and the
expiry date

Secondary packaging
- Case -

e Paper leaflet

e Detailed information leaflet with technical characteristics and

Package leaflet storage methods in two languages

e Main technical data printed in six languages, of which two main
(ITA / EN) and four secondary (SP / PT - FR / DE)

CLARIOMASKSs are produced in a laboratory that has obtained the
certifications referred to in the ISO 9001: 2015 and ISO 13485: 2016
Standards

Characteristics
of the production area

Check on the final product During each production step

CLARIONMASK is produced with respect for the environment.

The 58% of the mask is in natural fiber (100% cotton), while the
remaining 42% is completely recyclable.

In a year, each person uses at least 365 conventional masks.

With the use of ClarionMask you need only 2.

Respect
for the environment

Class | - EU Regulation 2017/745 -

Standard of reference Type I - UNI EN 14683: 2014 standard -

Store in a healthy, cool and dry environment, away from heat

Storage conditions sources, in odor-free environments with low humidity.
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Product validity 1 year from packaging

by hand in running water
without any type of detergent
without wringing

do not dry in direct sunlight
do not use a dryer

do notiron

Washing method
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PACKING
Case 1 piece -
Pieces in each Carton 180 pieces 1 pcs x 24 cases
Pallet 4.320 pezzi 180 pcs x 24cartons
Case mm 120 x 18 x 120
External dimensions Carton mm 400 x 400 x 400
Pallet mm 800 x 1200 x 2000 (h)
Case Cardboar GC1-325g/mqg
Grams of the carton Carton Corrugated cardboard KMFMT 24242 EB

TABLE OF THE CODES AND COLOURS IN WHICH CLARIONMASK IS AVAILABLE

REORDER CODE COLOUR PRIMARY PACKING SECONDARY PACKING
(bag) (case)
3CLG.M1188/3VR/clg32 BLUE 1 pcs 1 pcs
3CLG.M30363/3VR/clg32 BORDEAUX 1 pcs 1 pcs
3CLG.M500768/3VR/clg32 GREEN 1 pcs 1 pcs
3CLG.M4490/3VR/clg32 BLACK 1 pcs 1 pcs
3CLG.M700107/3VR/clg32 ORANGE 1 pcs 1 pcs
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PRODUCTION PLACE

CLARIONMASK is made by Clarion Living and produced exclusively in the production laboratory
which has obtained the following certifications for the DESIGN, PRODUCTION AND PACKAGING

OF SURGICAL MASKS AND ...:

livinguard

o QUALITY MANAGEMENT SYSTEM

Certificate N. :: IT52921A - 1SO 9001: 2015;
e MEDICAL DEVICES - QUALITY MANAGEMENT SYSTEM

Certificate N. :: [T52921H - ISO 13485: 2016.

CUSTOMER CARE SERVICE

A customer assistance service is active and can be contacted for any information at the
following address: info@clarion-living.com .

Comparison between DPI FFP2 e D.M CLASSE I TIPO Il masks (CLARIONMASK)

TEST

FFP2 masks are devices for
profection from solid
particles

D.M medical devices are
devices for protection
against viruses and bacteria

FFP2 MASK
performance by legislation

CLARIONMASK
tested performance

Filtering efficiency (B.F.E.) > 95% > 98%
Resistance to breath <60 PA/cm?2 <18 PA/cm2
Bioburden - Si

Flow of exhalation air 95 L/MIN > 180 L/MIN
Carbon dioxide evacuation Si Si
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REFERENCES

e Freie Universitat — Berlin
- Report test 30.07.2020 - Prof. Dr. Uwe R&sler and Dr. Anika Friese -

e University of Arizona — Tucson
- Report test 04.05.2020 - Luisa A. lkner Ph.D. and Charles P. Gerba Ph.D. -

o ANSA
- Article 03 October 2020 -
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Livinguard AG
Bahnhofstrasse 12 Teletor
6300 Zug w_—
Switzeriand EMall
Imernet
Bearbeiterin

Report - Antiviral Activity of textile product HEFM47.CO.01

Fachbereich Veterinsrmedizin
Zentrum fUr Infektionsmedizin

Institut fur
Tier- und Umwelthyglene

gf. Drekice

Unev.-Frafassor Dr. Uwe Reger
Rotert-von-Osteriag-Str. 7-13
14163 Berin

+49 30 838 51845

+49 308384 51383

Ssrhygiena Eveimed fu-barin de
W vetmed fu-barin. de

ur

30. Juli 2020

Tested by:  Prof. Uwe Résler and Dr. Anika Friese
Freie Universitaet Berin, Institute for Anmal Hygene and Environmental
Health, Robert-ven-Ostertag-Strafe 7-13, 14163 Berlin

Tested textile product

* reference textile; Cotton (Co). untreated, 11.04,2020, lab number. C1

o antivical textile: HEFMA7.CO.01, 13052020, LIVINGUARD, lab number: C2-neu

Method

+  modified according 10 1SO 18184 (First edition 2014-09-01)

~ washing of al tested textikes with deionized water 10 times at 40°C, drying

» cuting pieces of approximately 20:20mm and making up a mass of 0.4g with

several peces

» sterilization a 121°C for 15 min, drying

» before starting the test condtioning the fextiles ovemight in @ humid

environment (incubator 37°C)

» controls: verification of cytotoxic effect and cell sensitivity to virus/inactvation of

antiviral actwvity

PP
@A‘,‘ CERT
W 150 Mo
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» test
107 TCIDso'mi)

inoculation of 0, dg textide with 1ml (or 2ml) virus suspension {at least

¢ washing out using 19 ml {or 18 ml) cell culture medum (MEM Eagle EBSS + 107% fetal
calf serum + 1% non-essental ammno acids, +1 % peniciin (10000 U/mi) /
streptomycin (10 mgiml)) after spacific time points

* ttration of washing solution n 96-well plate and titer calculation with method of

Spearman and Karber in TCID/m!
» companson of titer from untreated textile (reference) and treated textile for the
speciiic time points
Results

; Code ITU Cl C2-nou Cl C2-nou Cl Q-neu Cl C2-nou Cl C2-mou C1 C2-neu
| sequencial re 1 1 2 2 3 3 4 4 5 3> 6* 6*
" textde after 30min
| indog{10) TOD/mi 76 635 76 66 735 635 735 6475 7,35 71 7475 6973
L AMTivisal Activty after
' 30mién in logl10) 1,25 1 1 0,875 0,25 05
| Rechction after 30min
L In% 94,38 90,00 90,00 86,66 43,77 68,38
| textie afer b
| inogil0} TCIDG/mi 71 5975 71 61 735 5475 735 585 . .
| Antiviral Actraty after
" 1hin bog{20] 1,125 1 1,375 5
‘reduction after 1h
n% 92,50 90,00 98,67 96,84 - - -
Ctoxtde after 2h

in log{10) TCIDue/mi 721 5225 71 5225 66 535 6975 535 7,725 bBAIS 735 56
| Antivira ) Actiity after
' Zhin log|10) 1,875 1375 1,25 1,625 1,25 1,75
' reduction after 2k
in% 98,67 98,67 94,38 97,63 94,38 98,22
 texthe after 6h

in dog{10} TCID/ml 6,975 385 685 4475 6475 41 6725 4,35 6385 41 71 3975
L Artivirat Mctivity after
- 6h infag10) 3125 2,375 2,375 2,375 2,75 3,125
reduction after 6
In% 99,93 99,58 99,58 99,58 99,82 99,93
Ctextdeafter 12h

10 bt 10} TCID/mil 6,475 <31 6,225 3,35 6475 3,35 5975 31 - - - .
| Antivica Acthaty after
‘1zh
| inlog{10) >3375 2,875 3,125 2,875 . . .
Creduction after 12k
n% >99,9 99,87 99,93 99,87 & E = i

*Inoculation with 2m| virus suspension Instead of 1ml|
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Conclusion

The treated textle sample “C2-neu” can efficiently inactivate SARS-CoV-2. The results show a
reduction of infectious SARS-CoVV-2 within 6 hours from 2.3 %0 3.1 log-ranges in comparison to
the untreated textile. This means a reduction rate up 1o 89.9% after 6 hours. As a result of the
ncculaton of 0.4 g textile with 1 ml virus suspension the whole textile was mostened. This
sllows the textie sample having the largest disinfectant effect, we assume. Therefore,
especialy the handling with moist masks seems {o be safer in comparison to the unireated

fextile,

Berlin, 30.07 2020

Prof. Dr. Uwe Rosler
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RESEARCH, DISCOVERY & INNOVATION

A Water & Energy Sustainable
*| Technology Center

Modified ISO 18184: Determination of Antiviral Activity of Textile
Products to Evaluate Three Treated Fabrics against
Human Coronavirus 229E

Company: Livinguard

Study Personnel:

Luisa A lkner, Ph.D.
Charles P. Gerba, Ph.D.

Test Date: 16 April 2020
Report Delivery Date: 04 May 2020
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Study Data
Tabie 1. Modiiad ISO 18184 Evaluation of Thres Treated Fabrics against Human Coronavirus 223E of One Contact Time™"
Mean Vinus | Mean Logy,
Virus Titer
Ll
Test Vieus | Contact Ties | Sampls (D (TCID, per |rm':'p-— ‘:3';:: - L:::ﬂ u":‘;’:n
Carvien)
Curien) | Carmerd
2 25608
Tewe Zoro e T 126408 A 54E006 855 NA NA
1 26E+C8
T A2E~
2 Howrs ey AD0ESCE A 4BE+06 565 0.80 8%
725605
Hufss 2 25E+0)
Cororendng FMW-7
Y59 (Test Fabai) 2S5BS 225E+(3 135 230 49 5%
|ATCC VR-740) 2256000
[—_— e —————————————— |
A 00E+ S
P (S RE] p . - o
2 Howrs {Tes Fabeic) 4 00F+08 AULECH 5.bY ous 138%
T 126406
126E+04
= h =
{Test Febac) 7 12E+ 7 SeE«(S 187 1.78 48 4%
225E0(G

MTCI0y, Tsve Cuttare infectvity Coea of the 50% Endpoint
07900 Porcent Reductions for Comrel Fatine o 2 howe calculaled ro byt 1o Comol Fabie immed ately upon rrocudaton [Time Zero)
Logy 0nd Percort Reductiore Yo e three Tos! Fabncs at 2 hoom caloulated rebatvo to Contol Fabos meon sral Mor of 2 hours
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Table 2. 1SO 18184 Evaluation of Three Treated Fabrics against Human Coronavirus 229E:

Cytoxicity Controls**©
Toxicity Titer Mean Toxicity T‘::?&y mfgln‘e.r
Test Virus Sample ID | Contact Time | (CCDg, per ( ccn,l "'l,lpu (CCD., per
Replicate) | Replicats) Carrier)
1. 28E-02
) 2 Hours 128602 1268402 210
1.28E+02
1.26E+02
FM-7
= (Test Fabric) 2 Hours 1.26E+02 1.26E+02 210
syt 1.26E+02
Coronandrus
229E
(ATCCVR-740)| L 1.26E+03
(Tost Fabric) 2 Hours 1.26E+03 1.26E402 310
1.26E+0G
1.28E+02
PA-26
(Test Fabric) 2 Hours 1.26E+02 1265402 210
1.28E+02

"GN, Cal Cylolonoty Doss ot the SO% Endpoit
"Control Fabae, FAM-7 and FAL-26 Tast Fabncs: cysoniity obsesned 1or MRC-S cells in he 10° dlution
P14 Tos! Fatvic cytotonl 2y chsarmd for MRC-5 calis in the 10 and 107 diutons
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Table 3, ISO 18184 Evaluation of Three Treated Fabrics against Human Coronavirus 2298 Neutralization
Validstion (NV) Controis™*

Mean NV Mean Log,,
NV Ctel Titer
CiriTier | Virus Titer | Neutrsitzstion
TestVirus | Sampleid | Contact Time IT;D»W et | abaee | o ;
ore) Carrier) Carrier]
2256403
Contras

S 2 Hours 2 256403 2.726+03 344 NA
4.00E+03
4.00E+03

FM-7 2 Mours 2 256403 2 30E+03 382 Yes

Hiidn (Test Fabne) = g
Favergii 4.00E+03
N S EE B B S S

aTccvRTd0l 4.00E+03

TestFabic) |  2Mours 2256403 2728403 .44 Yes
2 258403

m
2 25E403
FM-26

Testrapiey | 2Hours 2256403 2256403 335 Yes

2256403

"TC0: Tezus Colture infectivy Dose ot the 50% Endpont.
Msumralizalion cormideesd yaid when mean viml Sieron nersized kst fabncs dffers by < 0.5 log ,, rebste %0 cantrol sshne
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Study Methods

Preparation of Control Fabric

1.
2.
3.

An untreated, washed Control Fabric was provided by the Study Sponsor

Pieces of the Control Fabric were cut to dimensions measuring 20 mm by 20 mm
The Control Fabric cuttings were loaded into a glass beaker, covered with foil, and
autaclaved for 20 minutes at 121 °C (103 kPa).

Preparation of Test Fabric

1.

2.
3.

The treated Test Fabrics (FM-7, FM-14, and FM-26) were provided by the Study
Sponsor.

Pieces of the Test Fabric were cut to amensions measurng 20 mm by 20 mm.

The Tes! Fabric pieces were loaded into a separale glass beaker, covered with foil, and
autoclaved for 20 minutes at 121 °C (102 kPa).

Tes! Procedure

1.

On the day of testing, five 1o six 20 mm x 20 mm pieces each of the Control and Test
Fabnics were aseptically fransferrad to and stacked within sterile Petn dishes. The final
mass per container for the six swatches (Control or Test) was 0.40 £ 0.05 g. Nine Petri
containers were prepared for the Control Fabrics, and six were prepared for each of the
Test Fabric.

Six Control Fabric stacks and three Test Fabnc stacks (per formulation) were each
Inoculated drop-by-drop with 0.2 mL of Human Coronavirus 229€ viral stock (no soil
load). A sterile pipette tip was used to press each stack and ensure that the inoculum
was evenly spread through each plece of fabric.

Three Control Fabric and three Test Fabric stacks were parafiimed and incubated at 20
*C in a humidified chamber for the 2-hour study contact time.

Three Control Fabric stacks were immediately neutralized to assess the viral titer upon
mnoculation (i.e, Time Zero) by transfer into conical tubes containing 4 mL of Letheen
Broth. The tubes were then vortexed five times for five seconds each to wash out the
viruses from the fabric pieces.

At the close of the 2-hour contact time, the triplicate Control and Test Fabric stacks were
neutralized by transfer Into conical tubes containing 4 mL of Letheen Broth. The tubes
were vortexed five times for five seconds each to wash out the viruses from the fabric
pleces.

The additional triplicate Centrol and Test Fabric slacks (containing no viral inoculum)
were Incubated concurrently for 2-hours and harvested in Letheen Broth as previously
described 1o assess cytotoxicity and to validate neutralization as described in ISO
18184.
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Celi Culture Infectivity Assay

Control and test suspensions were diluted ten-fold in 0% FBES MEM.

Each dilution was plated in quadruplicate (0.1 mL per well) onto MRC-5 host cell

monolayers in 24-well trays prepared 1o a confluency range of 70% to 80%.

Following an adsorption period of 30 minutes to facilitate virus-hest cell interaction, 1 mL

of 2% FBS MEM was added to each well,

The 24-well trays were incubated at 35 "C in a humidified chamber with an atmosphere

of 5% CO; for 10 days. Assay trays were monitored reguiarly for changes o host cell

monclayers indicative of cytotoxicity or viral cytopathogenic effects (CPE).

5. Assay frays were formally scored on Day 10 of incubation. Log: and percent reductions
of the mean viral inoculum on the Test Fabrics at 2 hours were caiculated relative to the
mean viral titer of the Control Fabric at 2 hours using the Spearman-Karber TCiDs
Method

6. Logi, and percent reductions were also determined for the Control Fabric at 2 hours

relative to the titer yielded from Control Fabrics at Time Zero to ascertain stability of the

viral inoculum over the course of testing.

&t Ry

Study Conclusions

The FM-7 Test Fabric was the most efficacious against Human Coronavirus 229E, achieving a
reduction of 93.5% (2.30 logw) given two hours of exposure relative to the Control Fabric (Table
1). Test Fabric FM-26 reduced levels of the test virus by 98,4%, while reductions were minimal
for Test Fabric FM-14 at 13.8%.

With regard to cytotoxicity effects on the MRC-5 cell line, toxicity was observed in the 107
dilution of washes for the Control Fabric, FM-7, and FM-26 (Table 2). Toxic effects on hoest cell
monolayers were greater by an order of magnitude for FM-14 (10° and 10! dilutions).
Neutralization was validated for each of the Control and Tes! Fabrics beyond the level of
cytotoxicity, with < 0.5 logs difference in viral titer observed between the Control and Test
fabrics (Table 3).
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Coronavirus: arriva la mascherina che "mangia" il virus
Realizzata con tessuto autodisifettante, disattiva 99% dei virus

Francesco Bongarma ROMA 03 ottotrg 2000 1435

Arrivano mascherine e guanti che, grazie ad una tecnologia autodisinfettante, riescono a distruggere
i virus espirati dalluomo, compreso il 99.9% del SARS-CoV-2 che causa il Coronavirus. Merito del
materiale inventato da Sanjeev Swamy, il 59/enne di origine indiana fondatore e presidente
dall'azienda d'igiene svizzera Linvinguard, con cui vengono realizzate mascherine che possono
essere riutilizzate per ben 210 volte senza perdere in efficacia ed in sicurezza.

Tecnicamente, questa tecnologia applica una carica positiva a livello molecolare sulie superficl dei
tessuti. Quando | microbi entrano in contatto con queste cariche positive, le cellule microbiche, che
hanno carica negativa, vengono eliminate, portando cosi alla distruzione permanente dei
microorganismi,

Nel nostro Paese questa tecnologia € utilizzata per la produzione di mascherine e guanti interamente
‘made in Italy' dalla Clarion Living. La Freie Universitaet di Berino e ITA RWTH Aachen hanno
confermato con i loro test l'efficacia di questa nuova tecnologia auto disinfettante che, una voita

BRpc /MWW onsa tican o sakliooban osscmnoiaamodc NaN 1000 Acoroninirus 2 mva-ia- maschonna. oo manga dhvinus. icoot8-S84afpac. . 1B
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applicata su tessuti o superfici &€ capace di distruggere definitivamente il coronavirus che vi si
depositi.

"Nel 2010 - spiega Sanjeev Swamy- un generale di brigata dell'Esercito britannico mi chiese se fosse
possibile realizzare un tessuto per le uniformi da combattimento delle forze speciali, che potesse
disinfettarsi da solo e resistere a macchie ed odori. Abbiamo realizzato una t-shirt con queste
caratteristiche. Da i siamo arrivali ai risultati attuali”.

Risultati che, oltre dalle istituzioni scientifiche tedesche gia citate son stati certificati dall'Universita
dell'Arizona a Tucson. "Quesla tecnologia risulta efficace per la protezione della popolazione dal
coronavirus nello svolgimento di normali attivita quotidiane come i viaggi in aereo o sui mezzi
pubblici™. Oltre che su mascherine e guanti, questa tecnologia & applicabile su qualsiasi tessuto e su
altre superfici.

"Pensiamo, ad esempio, ai sedili o al vassoi degli aerei o dei treni, ma anche alla biancheria degli
alberghi fino ai vestiti e, in generale, a qualsiasi cosa che debba essere loccata dalle persone”,
conclude Swamy.

RPRODUZIONE RISERVATA & Copynghil AHSA

[jl ANSA

“ Notizia g'orlaine cartificata

TIPOTREBHERO INTERESSARE ANCHE:
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San Felice s/P (MO), 07 Ottobre 2020 Rev. 01 del 09/10/2020
Repart n® 2000579
DATI ACCETTAZIONE
Test report N* 2000579
Data ricezione campioni; 01/10;2020
Data inizio tast: 01/107;2020
Data fing test: 07/10/2020
Cperatore: Roberto Tomasini
Approvazione: Antonic Vignall
RIFERIMENTI NORMATIVI
« UNIEN ISO 14683:20191AC;2019,
DATI RELATIVI AL CAMPIONE
| Supplier Code
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FOTD CAMPIONE

Figura 1: Vista trontale,

Figura 2. Vista posteriors.
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ATTREZZATURE E MATERIALI

Paptane,

Clorura di sodio,
Acqua inieftabile.
Piastie Agar,

RISULTATI

Apparalo per testare fa BFE.
Apparato per la misura della pressione differenziale.

Culture of Staphylecocous aureus ATCC 6538,

5.2.3 Respirabllitd

Lo standard specifica | requisitl di fabbricazione, progetiazione e prestazione e | metodi di

prova per le maschere faceiali ad uso sanitario destinate a fimitare Iz trasmissione di
agenti infettivi tra pazienti e personale sanitanio, e viceversa, durante gli interventi
chirurgici e altr contesti medici con requisiti simili,

Denominaziony ol prodoito Oespositive Madico
Aziznda Proditrion Clarion Uving sl
N S ClarionMesh
Numera d lotto {baleh code) N 01
Portgia o d lmm
Campioni preleval in modo casugle sul fato frontale i & maschorne
Foszione neté masohoeann divarse
Carmpiong 1 3 < B 5
| Area | (Cendro &iﬁm&mﬁm) 18.2 18,1 18,0 17,4
Area 2 (I abo a destia) 178 17,4 17,7 17,8
Area 3 {inakoa smis;ur i 145 1&.2 7.1 186
Ares 4 (In basso a destra) 17.6 175 17.3 115
Area 5 [In hasso & sinisiral 18,0 183 184 187
AF/A.9 (Palcm?) ' 18,0 17,9 177 18,0
4dis
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Per wto quante pnma npodato, & ssguito delle prove effattuate come Indicato galo
standard EN 14683:20194AC:2019, & risultato ¢he Il prodotio sottopesio & test RISPETTA
| requisiti di respirabilita deflo standard stesso (paregrafo 5.2 3 e Appendice C) per I Tipo

5.2.2 BFE (EHicacia di filtrazione batterica)

A seguito delle prove effetiuate secondo lo standard UNI EN 14683:2019+AC:2019 sui
campioni di mascherine, si dichiara che il prodotio solteposto a test HA SUPERATO g
prove di traspirabilita e di fillrazione batterica, BFE (paragrato 5.2.2). Su tutti | vostri
campioni abbiamo misurato un valore di BFE superiors o uguals al 98% pravisto dalla

normativa.
Dimargwane dell'ares i tost | 5014 m:
Leto ael campiona esposts afl aerosal Intemo
Portata R l 28.3 + 0.2 Vmin
Valkore modi-o defa conta totala della piasies Tel tes cantolli postivi - _328 GFU -
Valore medio dalls conta letaie debe pasire del vontiolio negative 2 CrFU
Campiona | 1 2 3 5- o
BFE (%) g8 o8 98 98 98

5.2.5 Pulizia microbica (Bioburden)

A seguilo dedle prove effettuste secondo lo standard UNI EN 14883:20134+AC:2019 sui
campioni dl mascherine, si dichiara che il prodotto sottoposto a test HA SUPERATO le
prove di pulizia microbica (paragrafo 5.2.5), Su lulli | vestd campioni abbiama rilevato un

bloburden inferiore a 30 CFU/g.

, )

Camplong 1 2 3 4 5 l
J FeeD ""‘;‘;m"“"‘ 0.6 105 104 05 0.8 l
i Tolal Boburden LR x , :
| (rsasson) 112 97 85 100 92
| Bobuman (UFC/) 1" 10 9 1 9

P e
5diB
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CONCLUSIONI

Dal rigutatl ottemutl de! repont 2000578, & posaiblle affermare ¢he le mascherine
chirungiche iestate sono conformi aita UNI EN 14683:2018+-AC:2019. Per cui, possono
‘@ssere classificate come:

« dispositivo medico dl ciasse |
« mascherine chirurgiche di tipo 11,

TECHNO ANALISYS S.r.l. con socio unico
Antenio Vignal
o /
San Felice sul Panara (MO), 08/10/2020

J {
~ *
WALISYS 8¢ l.

Mo dis oo refemed Oy 10 Srgles FOCaeridd i) I Lo aley

PN (st I O D peer e gt sty el iont we sl conser s of i abonsey manego
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Certificate

CLARION LIVING S.R.L.
Piazza Martiri della Liberta n, 4
28100 Novara
Italy

CLARIONMASK
may be qualified as:
CLASS | MEDICAL DEVICE
TYPE Il SURGICAL MASK

BASED UPON THE TESTS CARRIED OUT IN COMPLIANCE WITH
UNI EN 14683:2019+AC:2019

Test Report n. 2000579

TECHNO ANALISYS 5.r.1. con socio unico
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TEST DI IRRITAZIONE CUTANEA IN VITRO
(1SO 10993-10, Metodo di prova ISO/TC 194 WG 8)

IN VITRO SKIN IRRITATION TEST
(IS0 10993-10, ISO/TC 194 WG 8 protocol)
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TEST DI FARITAZIONE CUTANEA IN VITRO (150 1095310, Metodo di prova ISO/TC 194 WG 8)
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TEST DI RRITAZIONE CUTANEA IN VITRO (150 10993-10, Metodo di prova 1ISO/TC 199 WG 8) ( /
IN VITRO SKIN iRRITATION TEST (150 1 94
S , ON {150 10993-10, I50/TC 194 WG 8 protocol) - P':Q

Protocolo "/ fecord no. 2018111V3-1 CLARION LIVING S8L

RIASSUNTO

Per studiare la potenziale irritazione cutanea del predotto testato, il campicne 2 stata sottoposts ad un
processo di estrazione sia in <olvente pelare che spokere e gli estratti sono stati quindi applicati su
epldermide umana ricostruita [RHE| di cui & stata successivamente valutata a vitalita cellulare mediante
test MTT. Cascun estratto & stato testato su 3 differenti tessuti RHE, |l campiane testate viene considerato
irritante per la pelle se la vitalita cellulare del tessuti in seguito a trattamento & < 50%.

Dai risultat del test MTT & emerso ¢he a vitalits dei tessuti trattati con il campione testato & pari a 100.7%
per Yestratto in solvente polace e a 111.8% per I'estratto in solvente apolare, dimostrando che il prodotto
testato non @ irritante per la cute.

ABSTRACT

To assess the polential skin irritation of the tested product, the sample underwent a process of extroction
both In polar and non.polor solvent vehicles and the extracts were applied on reconstructed human
epldermis (RHE) and then cell viability wos assessed through o MTT test. The reduction of the viability of
tissues exposed to the somple i comporison to negotive contrals is used (o predic! the skin irrifation
patential. Fach extroct was tested on 3 different RHE tissues The test sample Is considered to be iritant to
skin If the tissue vishility after exposure is < 50%.

The MTT assay showed that the viability of the tissues treated with the tested product Is equal 10 100.7% for
the extract in polar vehicle and 111.8% (or the exiract in non-polar vehicle, showing that tested product s
not irritont for the skin.

0 Rio Ravic Brrope Sr ), © nhral, L4 AR cag.3/12



TEST DI IRRITAZIONE CUTANEA IN VITRO (150 10993-10, Metodo di prova 1SO/TC 154 WG 8) )
N VITRO SKIN IRRITATION TEST (1SO 10993-10, 150/TC 194 WG § protocol, ( 2 g
TEST |, /TC protacol) &-’j

Pratocalia n®f Hecord qu, 2018111V3-1 CLARION LIVING SAL

INTRODUZIONE

| madelli in vitro per ko studio cella pelle umana sono strumenti fondamentali per & ricerca e lo sviluppo sia
in ambite farmaceutico che cosmetico. La pelle umana ¢ ovwiamente il miglior modelle possibile per tali
studl In vitro, sebbene Il suo uso sia vincolato da numerosi limiti morali e legall. La pelle di animali
rappresent2 una possibile alternativa, mz v sono numerasi dubbi sulla possibilita di estendere | risultat
cosi ottenuti alla pelle umana. Inoltre il Regolamento Furopeo 1223/2009 viela s sperimentazione su
animaki sia dei prodotti cosmeticl finiti ¢re degh ingredient! {o combinaziond di mgredenti) destinati ad
essere contenuti nel prodotti cosmetici, Per questi motivi negli ultimi anni sono stati sviluppat nurmerosi
modelli di pelle umanra: tali modelli sono stati sottcposti a diversi test per valutare fa possibilitd del loro
Iimpiege in sestituziona dai tessuti animali. A guesto scoge devono awiamente avere delle caratteristiche |l
pis smili possibile a quelle principali della pelle umana,

Il maodello di epidermade umana ricostruita (RHE) @ costituito da cherati nociti umani normali coltivats su un
filtrg inerte di policarbonate all‘interfaccia aria-liquido. Esso rappresenta un medelo di epidermide
altamente differenziata ¢ stratificats, comprendents Jo strato basale, spinoso, granulare ¢ comeo, |l
modello RHE presenta una camposizione e delle caratteristiche morfologiche, istologiche ¢ biochimiche
paragonabill » quelle dei tessuti smani in vive, &d & pertanto particolarmente utile in numerosi stodi di
tossicita e di permeabilita, B suo implego nei test di irfitazione cutanea prevede |'applicazione topica de!
prodotto da testare sulla superficie dellepidermide e la successiva valutazione dei suai effetti sulla vitalita
cellulare.

Uirritazione cutansa indotta da sostanze chimiche, che si manifesta principalmente con eritems ed edems,
& il risultato di una cascata di eventi che inizia con la penetrazions delle sostarze stesss altraverso lo strato
comen e successive danno agh strab di cheratinocits & di altre cellule cutanee sottostantl. Le cellule
danneggiate possonc inoltre rlasciare mediatorl del processi infiammator ed attivare una cascats
infiammatoria che pud coinvolgere anche le callule del derma, In particolare le cellule dello stroma 2
dell'endotalio vasale. Sono proprio la dilstazicne e l'aumentata permeabifita dei vasi sanguigni i principali
responsabill di eritems ed edema. || modello AHE, pur in assenza di un sisterma di vascolarizzazione,
permette o studiare gl eventi ingiall di questa cascata, come ad esemplo (I danno a cellule e tessut,
mediante analisi della vitalita cellulare.

La vitahta cellulare viene misurata mediante la conversone enzimatica del colorante MTT [3-(4,5-
Dirretitiazol-2-yl)-2,5-difeniltetrazolio bromuro, Tiazolll blue 12trazolio bromure] in un sale & formazano
viola che viene quantificato spettrofotometricamente dopo estrazione dai tessuti, Le sostanze irritanti sono
riconosciute grazie alla loro capacita di ridurre la vitalita cellulare al di sotto di valori soglia ben definiti

© Bio Basic Europe Sl 1L pag 4/ 12



TEST DI IRRITAZIONE CUTANEA IN VITRO (IS0 10993-10, Metedo di prova 1ISQ/TC 199 WG 8)
IN VITRO SKIN IRRITATION TEST (ISO 10993-10, IS0/TC 194 WG & peotocol)
i .n!gu:)

Pregeculls n'f Recard o, 200801V3-1 CLARION LIVING 5RL

INTRODUCTION

In vitro modeis to study buman skin are important toofs for reseorch and development in the
pharmoceuticol and cosmetic industries. Human skin s the best possible model for such in vitro studies
howrver, there are o number of legal and ethical issies cancerning the use of human tissues, Animal skin (s
an alternative, but the refevance of conciusions drown from animal dota for huamaon skin bos always been
questionable and moreover the EU regulation 1223/2009 prohidits wse of onimols for gathering
toxicological dota for cosmetic ingredients, In recent years several artificial humon skin models have been
developed: these models have undergone various testing \n order to evaluote the possibility of using them
o reploce animal testing. For this purposc, they mast mimic the relevant properties of humae skin as closely
as possible,

The RHE model conslsts of normol human keratinocytes cultured on an inert polycarbonate filter ot the gir-
liguwid interface. It represents a highly differeatioted and stratified epidermis model comprising the moin
basel, supro bosal, spinows and gronular lopers and o functiona! stratum cormeum, The RHE mode! presents
@ histological marphalogy, composition and aspects of hiochemistry comparoble to the in wvo human
tissue, so i & useful in several taxicity and permeability tests, Mts use for skin irritation testing lnvolses
topical opplication of the product to the surface of the epidermis, and the subsequent assessment of its
effects on cell viabifity

Chemical-induced skin irritation, manifested mainly by erythema and oedema, is the result of o coscade of
events beginning with penetration of the chemicals through the strotum corncum where they may domage
the underlying kayers of keratinocytes and other skin cells The damoged cells may either relecse
inflammatory mediators or induce on inflommatory cascode which also octs on the cells o the dermis,
porticularly the stromol and endothelial ¢ells of the blood vessels. It is the dilotion and increased
permeability of the endotheliol cells that produce the observed erythema ond oedema. Notably, the RHE-
bosed test methods, in the cbsence of any voscularisation In the in vitro test system, measure the inltiating
events in the caoscade, e.g. cell / hssue darmage, using ced viablity os rendout

Cell viobility iz measured by entymatic conversion of the vital dye MTT [3-{4,5-Dimethylthlozol-2-y1)-2,5-
diphenyitetrazoflum bromide, Thigzolyl blue tetrazolium bromide), into o purple formazan saft that is
quantitatively measured ofter extroction from tissues, Iritant chemicels are identiffed by their abillty 1o
decrease cell viability below defined threshold levels.,
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TESY DI IRRITAZIONE CUTANEA IN VITRO (150 10953-10, Metodo i provs 150/TC 134 WG 8) ‘ /
I.N VITRO SKIN IRRITATION F!St{iso 1(??3-1& 150/7C l”WGfW) mﬁ

Protocalla n’f ferord no, 2018111VA-1 CLATION LIVING SRL

SCOPO

Lo scopo del test @ stato guello di valutare la potenziale azione irmtante del prodotto testato su epidermide
umana ricostruita (RHE).

I test @ stato effettusto sl ligusdo di estrazione ottenuto incubando il prodotto in soluzione salina [NaCl
0.9%) & In olia &i sesamoper 72 ore a 37°C.

AIM

The aim of the test wos to evoluote the borrier effect of the tested product on reconstructed humaon
eplidermis (RME).

The test was corred oul on the hquid of moceration obrained ncuhating the product in soifne (NoCl 0.9%)
ond sesam-off for 72 hours at 27°C.

@ 8lo Baskc Europe S.rl ' ! pag €712



TEST DI IRISTAZIONE CUTANEA IN VITRO (15O 10953-10, Metodo di prova 1IS0/TC 194 WG &) ( j
IN VITRO SKIN IRRITATION TEST (150 10§83-10, 150,/TC 184 WG 8 protocol)
% bre BO3IC )

Protccalle n®/ fecord no. 200801V3-3 CLARION LIVING SRL

MATERIALI E METODI
MATERIALS AND METHODS

Tessuti

L'epidermide umana ricostruita & formata da cheratinaciti umani normali coltivati su un fiftro inerte di
policarbonato all'interfaccia arla-liquido In un mezzo di crescita chimicarnente ben definito,

Tissues

Reconstructed Human Epidermis consists af normol humon kerotinacytes cultuved on an inett polycarbonate
Jileer at the olr-lguid Interfuce, in o chemically defined medium

Trattamenti eseguiti / Treatments perfomed

Controlic Negativo (0-#8S) / Negative contral (0-FBS)

NC
PC1

Controllo Posttive |SDS 1%) in solvente polare /
Positive Control (SDS 155) In polar vehicke

Comtrollo Positive |SDS 1%5) in solvents apolase
Positive Contraf [SDS 1%) in non-polor vehick

Estratto del campions in solvente polare
Extroct of the sample in polar vehicle

£stratto del campiona2 In sofvente apolare
Extroct of the somple i non-polar wehicle

Solvente polare
Folar veivcle

St S| @ # R

Solvente apolare
MNan-polar vehicle

Campione [/ Somple
ClarionMask 2 CLG M 1188/15/clg-32 - taglia S
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TEST DI IRRITAZIONE CUTANEA IN VITRO (SO 10993.10, Metodo di prova 1SO/TC 194 WG 8) ‘ /
N VITRO SKIN IRRITATTON TEST (150 10993-10, ISO/TC 184 WG § protocol) .::-B
Protozolio n®/ #ecard o, 2018111V3-1 CLARION LIVING SRL

Determinazione della vitalita cellulare tramite test MTT

La vitalita cellulare & stata misuwrata tramite il saggio MTT. La base chimica del test & la ridzione del"MTT,
una sostanza gialla in soluzione, a formare cristali di formazano color vicla, Tale processo di riduzione ha
luogo prevalentemente nel citopkasma & in minor misura nel mitocondrt e sulla membrana cellulare, ed &
altamente dipendente dalle concentranon intracallular di NADH & NADPH. Come conssguenza di questi
process metabokic, nel gire di alcune ore appaiono cristalli vela di formazano che pessono essere scolti in
sopropandlo. L'asserbimento del cristalli solubitizzat! pud essere misurato alka lunghezza d'onda &l 540 nm
ed & proporzionale al numero di celiule vive in un range lineare molte ampio,

Determination of cell viability by MTT assay

Cell wviobility was assessed by MTT assay. The chemical basis of the assay is the reduction of the MTT, a
siightly yellow substance, which forms a purple formazon wupon reduction. The process primarily tokes ploce
in the cytopiasm, and to @ lesser extent in the mitechondria and cell membrane, and it ks highly depeadent
an the concentrotion of intraceliviar NADH ond NADPH. As a consequence of these metabaolic processes,
dark purgle needledike formoran crysiols oppear, radiating from the cells in a few hours, Formazen crysiels
can be solubilized in sopropanc!. The absorption of the solubilized crystals con be measured at 540 nm
wavelength and it is proportional to the viable cell number in an exceptionally wide linear range

G Bio Bask turope S5 Mo KuLA pag8/12



TESY DI IRRITAZIONE CUTANEA IN VITRO (15O 10393-10, Metedo di prova 150/TC 19 WG §)
IN VITRO SXIN IRRITATION TEST (ISO 10983-10, 1S0/TC 194 WG & protocol) e

Protocotio n™f Recevd no. 2018111v3-1 CLAKION LIVING SAL

Protocollo sperimentale

Prepararione degli estratti

Gli estrattl sono stati preparati attenendosi alle linee guida SO 10993-12, Come solvente polare é stata
utilizzata una seluzione salina di NaCl allo 0.9%, come solvente apolare & stato utilizzate olic di sesamo,
L'estrazione & stata condotta a 37°C par 72 ore sotto continua agtazione.

Pre-incubaziong

| tessuti RHE sono stati lasciati in terreno di crescita per almeno 2 ore (37°C, 5% CO;) prima del
trattamento.

Trattamento

Su clascun 1essuto sono stati applicad 100 p! di estratti o dei controlli. | tessuti sono stati quindi incubati In
condizioni standard per 18 ore, Ciascun espen mento @ stato condotto in triglicato.

Lavaggl

| tessuti RHE sono stati ripetutamente lavati con D-PBS, allo scope di eliminare ogni traccla gelle sestanze
utilizzate per i trattament!

Saggio MTT

| tessutf RHE sono s1aul trattati con MTT {1 mg/mi) per 3 ore ¢ quindi i cristalli di formazano sono stati
estrattiin isopropanclo per 2 ore, La lettusa della densita ottica & stata effetiuata a 540 nm

Experimental protocol

Preoporation of the extracts

The extracts were prepared uccording to IS0 10993-12 guidelines. We used as polar vehicle o safine solution
of 0.9% Mo, while a5 non-poiar vehicle we used sesorm off, The extraction was performed ot 37°C for 72
hours with continuaus shoking.

Pre-lncubation

RHE tisswes were loft in growth medium for at least 2 howrs (37 ° C, 5% CO;) before treotment

Treatment

Foch RHE tissue was reated with 100 pi of the extrocts or of the controls. The tissues were then incuboted
at standard conditions for 18 hours. Each experiment wes conducted in triplicate.

Rinsing

RHE tissues were repeatedly rinsed in D-PBS in order to remaove all traces of the substances used for the
treatments

MTT assay

RHE tissues were treated with MTT (1 ma/mi) for 3 hours and then the formazan crystals were extracted in
isoprapanol for 2 hours. Optical density read at 540 nm.

© Bio Basic Europe Sol s ! pag-3/12



TEST DI IRRITAZIONE CUTANEA IN VITRO (1SO 10993-10, Metodo di prova ISO/TC 191 WG 8|
N VITRO SKIN IRRITATION TEST (IS0 1088310, ISO/TC 184 WG B protocai)

N

Protocolls 1 Recend eo. 2018111V3-1 CLARION | IVING SAL

RISULTATI / RESULTS

La vitalith reletiva di ciascun tessuto € stata calcolata In base al valori di densita ettica {OD) misurata
secondo |3 seguente formula

The refative viability of gach tissue was calculated on the basis of measured optical density (00) volues
according (o the following formula

Vitalita / Vinbility % = [CDy / ODwe) x 100
0D« Dersitd ottica medla doi tessut! trattatl / Mean aptical density of treated tissues
OOne  Deraita ottica media dei controli negatwi / Mean optical density of not treoted tissues

Un estratto viene considerato potenzialmente irritante se la vitalit relativa dei tessutl & < 50% di NC
The irritation potential is predicted if the relative viabllity of the tissues s < 50% of NC

Trattamento e
‘. L) e T » :oo | -
NC 1329 £0.097 10001732
PCL 0,065 £ 0.002 49+ 0.18
PC2 0.073 = 0.002 5.510.15
151 1338£0077 100.7 + 5.77
152 1,486 £ 0.023 11181170
vl 1.279£0.036 9622272
V2 1.412=0.029 1062+2.17
AL L LR |
Mot vty My

D sel s apmny coome ke O e Ve iare ettt el vk Deilammario o srneed 3 imantl NC = Corfsle Hagaite (02850 M0 = Combiod
Poniw [ 5105 £y s solverne polwe; FLE - CoRtrobio Fos N [506 15 1) soiverte giokae. T51 < Btanio delcamons se noacdnte porare; 152« Duvarmg ol carg one e
S NETAE dpobing V1 = Lot ok e; VI = Soban o axclas

M povoms @ cgumoedd 35 Enger 1 rendond deveathon Sernveng Noer dhe Srentonent of or Mewat 3 tliiven. M - Nagatve coorod NS850 FC) » Poaree Contad (505 1%
O i oA D © Apasie Cone ! 1505 000 b som pkiy wrhp i THI © Bt of 1% canpns v jadar wiVoln TSD - Fatinc ! wf 0 vy 0 stm pler smvie, VI
e R R e
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TEST DI IRRITAZIONE CUTANEA IN VITRO (15O 1099310, Metodo di prova ISO/TC 194 WG B) ( /
r
A IN VITRO SKIN [RRITATION TES MOJG”-I&SO_ACIN WG'W” 5@

Froicoolio n®/ Necord no. 2018111V3-1 CLARION LIVING SRL

CONCLUSIONI

Il campione denominato

ClarionMask 2 CLG M 1188/1S/clg-32 ~ taglia S
Non ha azione irritante per |a cute

La vitalita relativa dei tessuti trattati con l'estratto in solvente polare & 100.7% del controlle negative
La vitalltd relativa dei tessuti trattati con 'estratto in sclvente spolare @ 111,8% del controfio negative

CONCLUSIONS

The sample called

ClarionMask 2 CLG M 1188/15/clg-32 - taglio §
Is not skin Irritant

The relotve viability of the tssues treoted with the extroct in polor vehicle is 100.7% of negotive contro!
The relative viability of the Ussues treoted with the extract in non-pofar vehicle is 111.8% of negative contro!

Il presenie Rapporio di Prova @ lamate digitalmente 22 sensi della normatva vigente
This test repart is digitally signed according fo current legisation
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TEST DI IARITAZIONE CUTANEA IN VITRO (150 10993-10, Metodo di prova 1I50/7C 154 WG 8) ( /
IN VITRO SKIN IRRITATION TEST (IS0 10993-20, 1SO/TC 194 WG § protocol) m@
Protocolo n'/ Revord no. 2018111V3-1 CLARION LIVING SRL
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Valutaziane in wiro dal potenzlale pro-sensibiltzzante di un dispositivo medico (OECD 442€) ‘ /
mmm:ﬂhrwo-nnﬁﬁunpomwdc mediond device [OEC0 442€) ’."'Q

Frotccotio n”) Hecord no. 2018111V2.1 CLARION LIVING SRIL

RIASSUNTO

Il test pro-sensibilizzante & stato eseguito su colture di monociti trattatl con Una concentrazions deod
predotto da testare di cui & stata prececentemente dimostrata !a totale essenza di ototossicita. Corme
controllo positivo & stato utilzzate il 2 4-dinitroclorobenzene (DNCB), una sostanza dalla nota adone
sensibdizzante, mentre il contro®o negativo & rappresentato da cellule non trattate & mantenute in tereno
di coltura. S & valutata Ia variazione di espressione di due marker ¢i membrana, CD86 e CD54: un aumento
significativo dell'espressione di queste molecole nelle cellule indica Iattivazione di una risposta immunitara
e quindi la potenziale azione sensibilizzants della sostanza in ssames.

| risultati ottenuti hanno mostrato che nelie cellule trattate con il campione testato Fespressione di CD85 ¢
CD54 non varia significativamente rispetto alle ceflule non trattate. La mancanza di co-espressione dei
due markar Indica che |l prodotto testato non ha attivita pro-sensibilizzante,

ABSTRACT

The pro-sensitising test wos performed on cullures of mamocgtes treated with non cytotaxc: concentration
of the tested product. As positive control we used 2, 4-dinitrochiorobenzene (DNCB), o well known sensitizing
substance, while the negative control is represented by untreated celle maimained in culture medium, We
evoluoted the voration In the expression of two membrane marker, COSE ond CO54. o significant increase
in the expression of these molecwes on cells surface 15 indicotive of the activation of an Immune response
and ther=fore the potential sensitizing action of the test substance,

In the cells treated with the tested sample we didn't observe a significotive change in the expression of
CDB6 and CD54 compored to not treated cells. The lack of ca-expression of the two markess means thot the
tested product has no pro-sensitising octivity.
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Valutazione in wiro del potenziale pro-sersibiliczante di un dispositivo medico (OECD 342E} ‘ ./
In wiro anulysls of the pro-sensitlsing potestiol of o medioa! device (OECD 442F) 5;“3

Protecato 'Y feceed no. 2018111V2° 1 CLARION LIVING SAL

INTRODUZIONE

La sensibllizzazione cutanea rappresenta 'endpoint tossicologico associato allimplego di sostanze chimiche
che hanne la cagacitd intrinseca di causare nalf'uomo allergie cutanee che pessono sfociare In una
patologia chiamata Dermatite Allergica da contatto [ACD), una risposta immunitaria celivlo-mediata di
ipersensibilita di tipo ritardato innescata da prodotti chimi a basso pese molkecciare chlamati aptenl. La
determinazione del potenziale sensibilizzante cutanes ¢ un elemento fondamentale nella valutazione della
sicurezza di sostanze chimiche, soprattutto quelle utiizzate nel prodotti destinats al consumator| |came
cosmetici @ detergenti] e nell'Unione Europea rappresenta uninformazicne standard richiesta dalla legge
sul prodotti chimic. Tradizonadmente, |3 valutazione del rischio associato allz sensibilizzazione cutansa
prevedeva I'tilizzo di animali da laboratoric. Ogai perd na!l'Unions Europea 2 vietato testare sugli animall
prodotti cosmetid o ingredienti in essi contenuti al fine df valutame la sicurezza. Inoltre & vietato
commercislizzare prodott cesmeticl testat su animall, A causa dl queste nuove keggl e della sempre
maggiore sensibiitd dell‘opinione pubblica circa Il benessers degll animali, lindustria cosmetica ha
sviluppato test alternativi alla spenmentazione animale per valutare Fefficacia e la tossions degli ingredienti
dei cosmetici & & altri prodott.

Gl eventi biologici alla base del processi di sensibilizzazione cutanea sone ben noti: “attivazione delle
celiule dendritiche (CD), con la caratteristice espressione di mackers di membrana ed il nlascio di
chemochine e citochine, & conssgderato in questo conteste un evento chiave, Le cellule dendritiche sono in
grado di riconoscere e di internal izzare gl antigen!, come |e proteine legate agli aptenl, di trasportardi lungo
Il sistema linfatico fino a ragglungere | Infonodi e dl presentarll attraverse le moleccle del complesso
maggiore di istocompabilitd [MHC) ai linfocit T nave per indurre il Joro differenziamenta ¢ successiva
proliferazione in cellule T dells memaoria. A lvelle dei linfonodi, le cellule dendritiche vanno incontro a un
processo di maturatione caratterizzato da un cambiamento fenotipico e funnonale: perdono la capacita di
processare gli antigeni ma acquisiscono quella di presentare I'antigene. Questo processo di maturarions
prevede anche la diminuzione dell"attivita fagocitaria, I'aumento dallespressione delle molecole MHC sulla
superficle cellulare, un cambiamento nella secrezione di ctochine e chemochine, un aumento
nefl'aspressione di diverse moleccle stimolatorie |ad esempic T08J, CDSE ¢ CO40) ¢ di moleccie che
mediano I"adesione intercediulare (come CDES)

Nel test pro-sersibilizzante proposte, viene misurata ko variazione nell'¢sprassions del marcatort di
superficie CD8E ¢ CD54 nelle cellule THP-1, una linea di cellule di feucemis monocitice umana utllizzate
come medelto di cellule dendritiche. Tale aspresslione viene misurata mediante citofluorimetria di flusso
dopo 24 ore di esposizione delle cellule al campione da testare. Una variazione significativa nell espressions
dei due marcator rispetto alle cellule pon trattate indica che il campione Lestale possiede un potenzals
pro-sensibilizzante.
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‘Valutazione in wtro del potenzlale pro-sensibilizzante di un dispesitive medica (OFCD 442F) ‘ )
in wiro anciysis of the pro-sensitising pozentlal of o modioa! device [OSCD 4428)

Frowccado n®/ flecord no. 20181110241 CLARSON LIVING SRL

INTRODUCTION

Skin sensitisation is the toxicologicel endpoint associated with chemicals thot have the intrinsic ability to
cause skin ollesgy in humans, resudting in o disease colled Allergic Contoct Dermatitis (ACD), a cell-mediated
defoyed-type hypersensitivity immune response Induced by fow-molecufar-weight chemical compound's
called haptens. The ossessment of the skin sensitisotion potential represents an important component in the
sofety evaluvation of substances, especially those used in consumer products - e.g. cosmetics ond detergents
and represents a standard mfarmation requirement of legislation on chemicals in the EU. Traditionafly, skin
sensitisotion hozard assessment hos involved the use of lnboratory animals, Within the European Union
there is @ prohibition of testing of cosmetic ingredients for the purpeses of sofety evaiuation and the
marketing of cosmetic products tested on animals is prohibited, Because of this regulation, and of the
increasing sociol concern obout orumal welfare, the cosmetle Industry has been developing olternatives to
animal experimentation to test the efficacy ar toxicity of cosmetic ingredients and other products.

The key biclogical svents wderlying the skin sensltisation process are well established. the activation of
dendritic cells (DC), typicaily assessed by exprassion of cell surfoce markers, chemokines and cytokines, is
considered to be a key event. DC con recognise and internalise antigens such os haptenated proteins,
tronsport them wo the Jymphatlc system to the regional (wrph nodes ond present them vie mgjor
histacompatibility complex (MHC) molecules to neive T fymphocytes to mduce differentiation and
proliferation of specific memary T-cels in the ymph nodes, DC undergo a process of matwation
characterised by phenotypic and functional changes reswiting In the loss of thelr capabiity 1o process
antigens and in the acquisition of the functionofity of antigen presentation. The maturation process (valves
the decrease of phagocytic activity, increased expression of MHC molecules on the cell surfoce, chonges in
cytokines and chemokines secretion and up-regutation of several co-stemulatory (a.g. CDS0, (D86, CD40)
and intescellulor adhesion molecules (=g, C054),

In the pro-sensitising test here proposed, the modulotion of the COS6 ond COSA membrane markers in THP-
I cefls, o human monocytic leukemio cell line used as a surrogate mooe! for OC, Is measured by flow
eytumetry following 24 howrs of exposure to test sample, Significant variations in co-expression of these two
markers with respect to not treoted cells meons thot the tested sample has o pro-sensitising potentiol
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SCOPO

Lo scopo del test & quelle di valutare l'assenza di effet pro-sensibilizzanti da parte di un dispositve
medico. |l test & stato eseguito secondo le linee guida OECD 442E,

AIM

The aim of the test is to evaluate If the tested medics) device does not couse pro - sensitising effects,
The test has been performed aecording to QECD Test Guidelines 442€.
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MATERIALI E METODI
MATERIALS AND METHODS

Colture cellulari

I1 test ¢ stato condotto su monociti umanl THP-1, utilizzat! come madello di cellule dengritiche. € noto che
le celiule THP-1 mostraro un aumento deil'espressione del marcatorl CO86 efo CD54 quande trattate con
prodotti sensibikzzanti. Le cellule THP-1 sono state coltivate in terreno RPMI-1640 supplementato con 10%
¢i siero fetale bovino, 0.05 mM di 2-mercaptoetanolo e 1% di antibiotici e incubate in condizioni di coltura
standard {37°C, 5% CO;). Sono state applicate fe buone pratiche per la coltivazione di callule.

Cell line and culture conditions

The test was corned out on human monocytes THP-1, used us surrcgotes for dencritic cels. It & known thot
THP-1 cells show enhonced CO86 and/or CDS54 expression when roted wAth sensitizers. THP-1 cells were
cultured in RPMI-1640 medium supplemented with fetol bavine serum (10%), 2-mercaptoethianof {0.05 mi)
and antibiotics (1%), Cells were incubated of standord cultuee conditions (3770, 5% €0,). Good cell cufture
proctices were used.

Campione testato / Tested sampile

ClarionMask 2 CLG M 1188/15/CLG-32 waglia s
Concentrazione testata / Tested concentration

Liquido di estrazione 50% e successive diluizioni 1:2
Extraction fluid 50% and subsequent 1:2 dilutions
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Preparazione dei campioni

Il prodotto da testare & stato incubato overnight in terreno di coltura completo; le cellule sono state
trattate con il mezzo di macerazione cosl ottenuto [fitrato con filtri da 0,22 pm| & le suscessive diluizieni
1:2, Come controlio pasitive @ state usato il 2,4-dinitroclcrobenzene (DNCE) alla concentrazione d 4 pg/ml

Samples preparation

The tested product was Incubated overnight in complete culture; the cells were treated with the liquid of
maceration (filtered throvgh a 0.22 uM) obtoined In this way and subsequent ditutions 1:2. As positive
control we vsed 2,4-dinitrochlarobenzene (DNCB) at the concentration of 4 ug/ml.

Determinazione preliminare della vitalita cellulare

Il prodotto & stato sottogosto ad uno screening preliminare di citotossicita condotto sulle cellule THP-1 per
scegliere la concentrazione non citotossica da utilzzare nel test pro-sensibilizzante, La vitalita cellefare &
stata valutata attraverse |l test MTS, Il composto tetrazolico MTS [3-(4,5-dimethylthiazol2-yl)-5+{3-
carboxymethoxyphenyll-2-{4-sulfophenyl)-2H-tetrazolium, inner salt! viene ridotto dalle cellule in
formazano colorate solubiie rel terreno di coltura. Cuesta conversione & caisata dal NADFH e dal NADH
prodotto dalle deidrogenasi presenti nefle cellule metabolicamente attive. Questl test sono statl condott!
dopo un perlodo di trattamento di 24 ore aggiungenda una piccola quantita di soluzione MTS ditettamente
nei pozzetti con le cellole. Al termine del periodo di incubazione |1-4 ore) & state letta |'assorbanza (densita
ottica, OD) a 450 nm utilizzando un lettore di piastre da 96 pozzetti. La quantita di formazano prodotta &
direttamente proporzionale al numero di ceflule vive presentiin coltura,

Preliminary determination of cell viability

The product undenvent o preliminary cytotoxicity scresaing on the THP-1 celly in arder to choose o non-
cytotoxic eoncentrotion to use in the pro-sensitising ossay. The cell vialylity was evoluated through o MTS
test. The MTS tetrozoliwn compound [3-{4,5-dimethyithinzol-2-yi)-5-{3-carboxymethoxyphenyl)-2-(4-
sulfopheny] 2H-tetrazolium, inner salt] is bioreduced by cells inte a colored formozon preduct that is soluble
in tissve cufture medium, This conversion is presumably accomplished by NADPH or NADM produced by
dehydrogenase enzymes in metebolically active cells, The assey waz performed after a 24 hours-treatment
period by odding a small amount of the MIS salution directly to culture wells, incuboting for 1-4 hours and
then recoeding the obsorbanes (optical density, QD) at 450 mm with o 96-well plote reader. The quantity of
Jormazan praduct as measured by obsorbancs at 450 nm is directly propartional to the number of fiving
cells in cdture,
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Valutazione del potenziale pro-sensibilizzante

Un adeguato numero @i celiule THP-L @ stato pre-co'tivato per 43 ore, seminato in plastre da 24 pozzetti e
trattato per 24 ore con |l campione da testare ¢ con il controlle positivo, Celiule non trattate e mantenute
in terrenc di coltura rappresentano | controlll nagativi. Trascorse le 24 ore di eszosizione, le cellule sono
state trasfente in provette e centrifugate. || surnstante & stato eliminato e le cellule lavate due volte con
600 il di buffer FACS (PBS contenente BSA allo 0.1%). Le cellule sono state quind! divise in due aliquote,
centrifugate, risospese nella soluzione bicccante {buffer FACS contenente globuline alfo 0.01%) ed incubate
per 15 minuti 4 4°C. Dopo un'ulteriore centrifugazione, le tellule sono state incubate con gli anticorpi
coniugati FITC anti CLEE o anti CD54 per 30 minuti a 4°C, | livell di ospressione di CO86 @ CD54 sono stati
analizzati mediante citofluorimetria di flusso,

Evaluation of the pro-sensitising potential

A suitoble number of THP-I cells wos pre-cufltured for 48 hours, steded into o 24 well flot-bottom plote ond
treated for 24 hours vith test sample and with the positive conteal. Not traated cells montained in cultwre
medium are negative controls. After 24 hours of exposure, cells were transferred into somple tubes ond
collected by centrifugotion, supernatants were discarded ond the remoining cells were washed twice with
600 ul of FACS buffer [PES contaiming 0.1% BSA). CeNs were spiit (n two ailquots, centrifugated and
resuspended in biocking solution (FACS duffer conttaining 0.01% globwinl and incuboted at 4°C for 15 min.
After centrifugation, cells were stained with FITC labelied anti-CO86 or antr-C853 at 4°C for 30 mia, The
expression levels of CD86 and CO54 were analysed using flow cytometry.
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RISULTATI
RESULTS

Interpretazione dei risultati e modello previsionale
L'espressione ¢l COB6 & CD54 & stata analizzata con citometria a flusso. Sulla base dell'intensitd media ¢l
fluorescenza (MFI), sono stati calcolati i valori di intensita relativa & fluerescenta (AF1) di CO86 e CDS4 per
le cellule del controllo positiva & per le cellule trattate chimicamente secondn |a seguente equazione:

MF| cellube trattate - ML coilule trattate marcate con 4gG1

REl= « 100
TR codigle (1 comtralia = MFL collida di contradia trattate con 1p61

Por la misura delespressione di COBE/CD54, ogni sostanza viene testata in almeno due peove mdipendent|
per derivare una singola previsone (POSITIVA o NEGATIVA). La previsione & considerata POSITIVA se
almenc una delle seguenti condizioni ¢ soddisfatta in 2 di 2 0 in almeno 2 di 3 prove indipendenti,
altrimenti [a previsione & considerata NEGATIVA:
= AFl di CO85 & uguale o superiors al 150% a qualsiasi coricentrazione testata (con vitalitd caliulare 2
50%);
- RFI di CD54 ¢ uguale o superiore al 200% 3 qualsiasi concentrazione testata [con vitahitd cellulare =
508)

Interpretation of results and prediction model

The expvession of CO26 ond CD54 Is anolysed wath flow cytometry. Based on the geometric meon
flucrescence (ntensity (MFI), the relotive fluorescence intensity (RF)) of CO8S and CO54 for positive control
(CTRL} e=lls and chemical-treated cells are calevloted accarding ta the fallowing equation:

MF af chemical treated calls - MY of chemicod- treated JG1 cells

WF of CTRL ceils - MF of trented JpGI CTRL ceNs

For COBG/CD54 expresslon measurement, each tast chemical /s tested In Gt fegst two independent rnins to
derive a single prediction (POSITIVE or NEGATIVE). The prediction is considered POSITIVE if at least one of
the follovang canditions s met in 2 of 2 or in ot leost Z of 3 independent runs, otherwise the prediction
considered NEGATIVE:
= The RN of COBE is equal to or greater than 1503 at any tested concentration {veith celi viability *
50%),
= The RF) of CD54 is equal to or greater than 200% at any tested cancentration [with cell viability z
50%).
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Analisi dell’espressione di CD86 e CD54
Evaluation of CD86 and CD54 expression

In 1abella sone riportatl | valorl di RF calcolati per il controllo positive [DNCB) e le 8 concentrazioni testate
del prodotto in esame

he toble shows the values for positive contral {DNCB) and the 8 concentrations of the tested product

= R T S )
O 750 [ 25 [ 125 [ 625 | 3125 | 1,5625 | 07813 | 0,3%06
D36 152,16 111,64 107,33 112,50 103,02 105,60 106,47 10172 106,03
D54 | 20876] 107.1a| 109,52] 111.90| 107.54] 30852] 11270] 11587 11825

I valori di RFI calcolati non superana i limiti previsti dal modelio previsionale. Non si osserva quindi co-
espressione di CD36/CD54

The colculated RFl values don't exceed the Wmits of the prediction model, We didn't observe co-
expression of CO86/C0D54
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CONCLUSIONI

Il campione denominato

ClarionMask 2 CLG M 1188/15/clg-32 —taglia S

non mostra attivitad pro-sensibilizzante

CONCLUSIONS

The sample caled
ClarionMask 2 CLG M 1188/15/clg-32 ~ taglia S

has proved not to have pro-sensitising potential

it presante Repporta of Prova @ firmate digitalmente a1 sensi della normativa vigente
Thit test report i digitelly signed according to current (egisiation
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