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1. AMAG:
1. PURPOSE:

Bu protokol, ISO-10993-5:2010 Tibbi cihazlarin biyolojik degerlendirilmesi- boélim 5:
Vicut digi sitotoksisite deneyleri; gincel standart metotlar kullanilarak maskelerin test
edilmesi ve kullanim amacina gore performansinin dogrulanmasi amaci ile hazirlanmigtir.

This protocol is ISO-10993-5: 2010 Biological evaluation of medical devices - Part 5: Tests for
in vitro cytotoxicity; It has been prepared in order to test the masks using up-to-date standard
methods and to verify their performance according to the intended use.

2.KAPSAM:
2. SCOPE:

Bu protokol, 1SO-10993-5:2010 Tibbi cihazlarin biyolojik degerlendirilmesi- bélim 5:
Vicut disi sitotoksisite deneyleri standartlarinda belirtilen asadidaki test faaliyetlerini
kapsar.

This protocol covers ISO-10993-5: 2010 Biological evaluation of medical devices - Part 5:
Tests for in vitro cytotoxicity .

3. TEST EDILECEK MASKENIN TANIMLANMASI
3. DESCRIPTION OF THE MASK TO BE TESTED

3.1 Uriiniin Markasi : EXXE

3.1 Brand of the Product

3.2 Uriini.inlerin Lot Numarasi : 51252201110, BS01201110, BS0320110, BS02201110
3.2 Lot Number of the Products 51253201110, BS04201110, BS06201110,-BS05201110
3.3 Uriiniin Sayisi 120

3.3 Quantity of the Product

3.4 Uriiniin Uretim Tarihi ~:10.11.2020 00:00:00
3.4 Production Date of the Product _

3.5 Uriiniin Son Kullanma Tarihi :10.11.2025 00:00:00
3.5 Product Expiry Date :
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3.6 Uriiniin Ambalajlh Resmi .
3.6 Packaged Picture of the Product
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Bir ambalajda 10 adet iriin bulunmaktadir.
There are 10 products in one package.

3.7 Uriiniin Tekli Resmi
3.7 Single Picture of the Product
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4. SITOTOKSISITE TESTI
4., CYTOTOXICITY TEST

Gereklilik :
Requirement:

Test ile tamimlanan numunenin toksik etkisinin olup olmadiginin in vitro ortamda
dederlendirilmesi amaglanmistir.

It is aimed to evaluate whether the sample identified with the test has a toxic effect or not in
an in vitro environment.

Hiicre Hatti / Cell Line : L929 Ciltalti bag dokusu hiicresi (Fare Fibroblast)
L929 Subcutaneous connective tissue cell (Mouse
Fibroblast)
Kaltlir Vasati : Dulbecco’s Modified Eagle Medium (DMEM) + Foetal
Culture Medium Bovine serum (FBS) + Penicillin-Streptomycin
Solution + L-Glutamine Solution
Negatif Kontrol : Polietilen Malzeme / Polyethylene Material
Negative Control
Pozitif Kontrol : Dogal Kauguk / Natural Rubber
Positive Control '
Kor (Blank) Kontrol : Hiicre + Besiyeri / Cell + Media
Blind Control
DENEYE AT BIiLGILER
INFORMATION ABOUT THE EXPERIMENT
Kaynak / Source [ Kobay DHL A.S. / KBYU0147/2020-602.000.0006

Numune Oziitiiniin Hazirlanmasi :
Preparation of Sample Extract:

Deney numuneleri ISO 10993-12 Numune hazirlama ve referans malzemeler standardina
gore; Numune kati ise; “Standart ytizey alanlari ve éziit sivi hacimleri gizelgesine gore
numune 37°C, 24 saat serum ve antibiyotik icermeyen DMEM igerisinde inkiibe edilerek
hazirlanmustir. Numune sivi ise; direkt olarakl:1 hacimde hazirlanan numune 6zutleri
hazirlanarak 24 saat 37°C de inkiibe edilerek hazirlanmigtir.

Test samples according to ISO 10993-12 Sample preparation and reference materials standard; If
the sample is solid; “According to the chart of standard surface areas and extract fluid volumes, the
sample was prepared by incubating at 37 © C for 24 hours in serum and antibiotic-free DMEM. If the
sample is liquid; The sample extracts prepared directly in a volume of 1: 1 were prepared and
incubated at 37 °© C for 24 hours.
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Test Metodu :
Test Method:

Calisma, “TS EN ISO 10993-5/XTT Sitotoksisite Deneyi” standardina gore yapildi. Bu test
hiicre canliiinin metabolik aktivite yolluyla hesaplanmasina dayanir. Sari renkli suda
¢ozlndr XTT (2,3-bis[2-metoksi-4-nitro-5-sulfofenil]-2Htetrazolyum-5-karboksianilin inner
salt) tetrazolyum tuzu canli hiicrelerde metabolik olarak, suda ¢oziinen formazana
indirgenir. L929 hiicreleri, 96 kuyucuklu kultiir kaplarina 1x10% hticre olacak sekilde ekimi
yapilir. Hiicreler 24 saat inkiibasyona birakilir. inkiibasyon sonunda, ISO 10993-12'ye
uygun olarak serum icermeyen DMEM besi ortaminda ézitlenen deney numuneleri 4 farkl
olacak sekilde %100 konsantrasyondan baslayarak dilusyonlarn yapilir. 24 saat 37°C de %5
CO2 de inkubasyonlari yapilir. Pozitif kontrol olarak dogal kauguk, negatif kontrol igin
polyethylene film, kor kontrol olarak taze besiyeri kullanildi. 24 saat inkubasyonun ardindan
her kuyucuga 50 pl XTT/PMS soliisyonu ilave edilir. 3-5 saat inkubasyonun ardindan 450
nm de mikroplaka okuyucu da (Allshange) okutulur.

The study was performed according to the standard of "TS EN ISO 10993-5 / XTT Cytotoxicity
Test". This test is based on the calculation of cell viability by metabolic activity. Yellow colored water
soluble XTT (2,3-bis [2-methoxy-4-nitro-5-sulphophenyl] -2Htetrazolium-5-carboxyaniline inner salt)
tetrazolium salt is metabolically reduced to water-soluble formazan in living cells. At L929, 1x104
cells are inoculated into 96-well culture dishes. Cells are allowed to incubate for 24 hours. At the end
of the incubation, the experiment plan extracted in DMEM medium without serum in accordance with
ISO 10993-12 is diluted in 4 different ways, starting from 100% different. Incubations are made at
37 © C for 24 hours at 5% CO2. Natural rubber as positive control, polyethylene film as negative
control, and fresh medium as core control. After 24 hours incubation, 50 ul of XTT / PMS inflow is
added to each well. After 3-5 hours of incubation, the microplate reader (Allshange) is read at 450
nm.

Sonug :
Result:

Kontrol gruplarindan kér grubuna gére % canlilik degerleri hesaplanir. Hiicre canhhdi,
%70'in altindaysa, deney numunesinin sitotoksik potansiyeli vardir.

% Viability values are calculated from the control groups according to the blind group. If the cell
viability is below 70%, the test sample has a cytotoxic potential.

Kobay DHL A.S. / KBYU0147/2020-602.000.0006 numaral raporda cerrahi maske
numunesinin yapilan nicel ve nitel analizler sonucunda in vitro sitotoksite etkisinin olmadigi
tespit edilmistir. _

In report number Kobay DHL A.S. KBYU0147/2020-602.000.0006 as a result of the quantitative and

qualitative analysis of the surgical mask sample, it was found that there was no effect on in vitro
cytotoxicity.

Tarafimizca incelenmis ve standartta belirtilen test kabul kriterleri saglanmig
oldugundan tGriin UYGUNDUR.

The product is SUITABLE because it has been examined by us and the test acceptance
criteria specified in the standar d have been met.
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