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STUDY VERIFICATION AND SIGNATURE

Test Article
[ Test Article Receipt '2018-0227
Protocol No | SDWH-PROTOCOL-M201800496-]
Protocol Effective Date | 2018-03-01
Technical Initiation Date 2018-03-02

Technical Completion Date | 2018-03-07

Final Report Completion Date | 2018-03-09

Edited by : Wﬂnﬂ_ﬁcﬁzm 2018.03.09
¥ Date

Checked by : Zhu| Yu ﬂw‘rg/ 28 .03.9 ‘)’
Study Director Date
Approved by - P ’Lﬁ;%é iy )"':f_;‘q i |
Authorifed si gnatory S 5 i)aieb\
'/; X T JZ,{\\
l\ :
&
Sanitation & Environment Technology Insuhg S r U r& ity
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1.0 Study Summary

The test article extract (100, 75,50, and 25% in growth medium) was added to L.-929 cells in 96 well

plates and then incubated at 37°C

in 5% CO; for 24h to determine the potential cytotoxicity. The

MTT method results showed that the cell viability% of the 100 % test article extract was 90.5% and

the results of control groups showed the test was valid.
Under the conditions of this study, the test article Non-woven tape extract did not show potential

toxicity to L-929 cells.

2.0 Purpose

The purpose of the test is to determine the biological reactivity of a mammalian cell culture (mouse

fibroblast L-929 cells) in respo
3.0 Reference

Biological evaluation of Medica

Biological evaluation of Medical D

10993-12: 2012)

4.0 Compliance

ge to the test article.

ices Part 5: Tests for In Vitro Cytotoxicity (ISO 10993-5: 2009)
i 12: Sample preparation and reference materials (ISO

ISO/IEC 17025:2005 General reguirements ﬁxﬂnwmpamoftsﬁngﬂmﬁhaﬁm laboratories

(CNAS-CLO01 Accreditation
China National Accreditation
Certificate No.CNAS 1.2954
Accreditation Criteria for the
Administration of the People's

5.0 Identification of test

5.1 Test article name: Non-wov:
Test article initial state: Not §
CAS Code: Not supplied by s
Model: N/S ‘
Size: N/S |
Lot/ Batch: H20180201001

Test Article Material: Non-wot

Packaging Material: N/S
Physical State: Solid
Density: N/S

Solubility: N/S

ven

etence oflmpcdionBody(Ce:ﬁﬁmﬁonandAccreditation
, ofChiqaCMAl&)OlSl44061)

Storage Condition: Room Telili:nnm
The information about the test icle was supplied by the sponsor wherever applicable.
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SDWH -M201800496-1

Extracting solvent: MEM medium, with addition 10% FBS

5.2 Negative Control Article Name
Manufacturer: U.S. Pharm:{n
Size: 3 Strips
Lot/ Batch#: KOM357
Physical State: Solid
Color: White

: High Density Polyethylene

copeial Convention (USP)

Stability: Stable at room temperature
Storage Conditions: Room temperature
Extracting solvent: MEM medium, with addition 10% FBS

5.3 Positive Control Article Name:
Manufacturer: Sigma
Size: 25¢g
Lot/ Batch#: MKBD516V
Concentration: 1% |
Solvent: MEM medium,
Date prepared: 2018-03
Physical State: Solid
Color: White
Storage Condition: 4 = 2

5.4 Blank Control Name:
Date prepared: 2018-0.
Physical State: Liquid
Color: Pink
Storage Condition: 4 = 2

6.0 Identification of test
L-929 mouse fibroblast cells
7.0 Justification of the

Historically, mouse fibroblast
demonstrate sensitivity to e

8.0 Route of administration

The test article was extracted
solvent compatible with the test
test system as recommended in

9.0 Experiment design

9.1 Sample and Control

Aseptic extracting the test article

929

Zinc diethyldithiocarbamate

addition 10% FBS

medium, with addition 10% FBS

adminifteredinvim?tomouseﬁbmblastL%9ccllsthrougha
: 'l]nswasﬂleopnmalmmeofadminisuaﬁonavailableinthis
guidelines.

from ATCC (American Type Culture Collection), USA.

havebeenusedforcytoto)dcitysuuii&sbmusethev
ble cytotoxic articles. j

(test article to volume of vehicle) by MEM medium(10%FBS)
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according to the table below.S
extraction solvent (pre- and pos
the process of pH value adjustm

-extraction).Extracts were used immed
ent, filtering, centrifugation, dilution, et

SDWH -M201800496-1

sealed and incubated at 37°C for 24h.There is no change in the

iately after extraction without
cl

Sterilization Aseptic Extraction In Inert

method Container Final Extract

Aseptic Sampling

Sampling Actually o Clear
M iser sampling Agtzolcjéve Extracts | Condition pH & Not
. 30mi )’ 6cm? .
Random sampling min Yl 20.0ml [37°C,24h | 7.4 Clear

The blank control (vehicle), negative and positive controls were similarly prepared.

9.2 Equipment

Autoclaves (SDWH2204),Calibration xpire(2018-09-12),

Constant temperature shaking table (SDY 109).Calibration Expire(2018-11-12)
CO: Incubator (SDWHO021), Cali fation Expire(2018-08-31),

Lnverted microscope (SDWHO37)|Calibration Expire(2018.08.28),

Steel Straight Scale (SDWHA463).alibratior Expire(2018-09-10),
Electronic Balance (SDWH056) Calibration Expire(2019.01.21),

Clean bench (SDWH454) Calibration Expire(2018-09-04),

Power Wave XS Microplate Reader (SDWH312),Calibration Expire(2018-08-27)

9.3 Reagents

MTT
(3<(4,5-Dimethylthiazol-2-yl)-2 5-diphenyletrazoliun bromide)(SIGMA Lot No: MKBX0151V)
FBS (CORNING , Lot No: 35010155)

MEM (HyClone , Lot No: AC11016265)
Trypsin (GiBco . Lot No: 17804 00)

99.9%lsopropanol (Chinasun Spec Co,[.td,lmNo:20170206)
9.4 Test Method
:,um. cell cultures.

L929(=ellswetecultnredian; !Fuu (10% FBS, Penicillin 100 U/ml, Streptomycin sulfate 100

nw‘—w-l_ 100G pu'wellin%-wel]plame,mdcl‘llnnenmcellmmbator
(5% C0., 37T, >90%humidity), Cell morphology Was evaluated to verify that the monolayer was

satisfactory.
Aﬁerl:hecellsgrewtofonna T, OT1g
were then treated with 10041 of extmet of test article (100%. 75% . Sgo. 25%), control article.,
negative article (100%) and positive article (100%) respectively. Incubate the 96-well plate at 37°C

in cell incubator of 5% CO: for 24 h. Five re plicates of each test were tested.

Page 7 of 9

A



SDWH -M201800496-1

After 24h incubation, observe the cel] morphology first and then discard the culture medium. A 50ul
aliquot of MTT (Img/mL) was added to each well and then incubated at 37°C in a humidified
atmosphere of 5% CO; for 2 hours. The liquid in each well was tipped out and 100 pl 99.9%
isopropanol was added to each well to suspend the cell layer.

Evaluate the suspension above
wavelength at 570 nm and referenc

9.5 Results of Cell Morphology

e wavelength at 650 nm.

Tadls 1 Observation of the Cell morphology

with a dual-wavelength spectrophotometer with the measurement

Group ila?c‘:j::on Bﬁgi:;;iid 24h after treatment W
Discrete intracytoplasmatic granules, |
Blank control no cell lysis, no reduction of cell ;
with. |
Discrete intracytoplasmatic granules, |
Negative control no cell lysis, no reduction of cell
_growth.
b Ni complete or lete
PR sl _ Discrete d:tllﬂyu:uon of the ce(l:loﬁypers.
mtracytoplasm | Discrete intracytoplasmatic granules,
100% Test article extract atic granules, no cell lysis, no reduction of cell
no cell lysis, wih. |
no reduction | Discrete intracytoplasmatic granules.
75%Test article extract of cell growth. no:eilysis,noreducuonofcell
—Slg';crete intracytoplasmatic granules.
50% Test article extract no cell lysis, no reduction of cell
wth.
Discrete intracytoplasmatic granules.
25% Test article extract no cell lysis, no reduction of cell
with.
9.6 Results of the Cell Vitality
_ [Table2 Results of the Cell Vitality
Group : MeantSD Viability%
Blank control 1.09131+0.032 100.0%
Negative control 1.1074+0.010 101.5%
Positive control 0.0664 +0.007 6.1%
100% test article extract | | 0.9878 +0.054 j 90.5%
75% test article extract | 0.9954+0.048 91.2% |
50% test article extract 1.0640+0.186 97.5% f
25% test article extract 1.062210.055 97.3%
9.7 Quality Check
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OD570, obtained in the untreated ﬁlank indicates the 1 x 10*

VI exp onentially with normal doubling ti:#e during the two days of the

's, blanks are placed both at the leﬁ side (row 2) and the right

¢ (row 1 and row 12 shall not be used). TPe left and the right mean
ore than 15 % from the mean of all bz

side (row 11) of the 96-well ple
~ of the blanks do not differ by m.




