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Supplementary Explanation

If the analysis report requires modification please raise the matter within 15 days of
receiving the report, otherwise the request will not be aceepted.

The test report 1s void without test center's seal.

The test report is only valid when signed by the persons who edited, checked and
approved it

Any erasure renders the report null and void.

The test result is only valid for the sample provided.

The copyright of analysis report is reserved by the analysis center. If a copy is required,
please get permission from the center first. Only complete copies of the test report may
be made,
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Cytotoxicity Test

Summary

I'he test arlicle Bar sensor pad, were eyvaluated for eytotoxicify test in accordance with the 150
10993-5:2009(E): Tests for in vitro cytotaxicity The testing sample solution was mixed with growing-well
L-929 cell, and then incubated for 24h at 37°C in 5% COZ2. Intracytoplasmic granulethe and cell lysis were
abserved, MTT method was used to determing the potential eytotoxicity The result showed that the 100 %
extract of the test sample were T54%, the 50 % extract of the test sample were 87.8% the negative control
eytotoxicity ratip were 99%, the positive control cytotoxicity rato were |.4%, This meant that the test was
valid and the sample article had no toxicity to L-929 cell.

Pate completed: Sep 18. 2009

Edited by: \{'76 F B 5]“ o Clecked h}':./“@“;“" ?jm ]v\

Introduction
The test article Ear sensor pad. were evaluated for cytotoxicity in accordance with 18O
10953-5:2009(E); Tests for in viro eyviotoxicity, The purpose of this study was to determine the potenrial
evtotoxicity of the testing article to L-929 cell. The study was conducted in accordance with Good
Laboratory Practice Regulation USA 21 CFR Part 58,

Test system and test system Management

|.-928 mammalian fibroblast cell will be grown in MEM medium with 10% FCS. Cells will be seeded
into the $6-well cell culture plates,and incubated at 37C in a humidified incubator with 5% CO; to obtain
confluent monokavers of cells prior o use. Aseptic procedures will be wsed in the handling of cell culture.

Persommel: Associates involved were appropriately gualified and trained.

Justifieation for selection of the test system

Mammalian cell culture monolayer, L-929 mouse fibroblast cells (American Type Culture Collection
CCLLNCTC elone 929, will be used. In vitro mammalian cell culture study has been used to historically
evaluate the eviotoxicity of biomaterial of medical dévice,

Materials

1. Test Sample:

Sample Name; Ear sensor pad
Moaterials:

Chermical mueérial Conken Supplicr

Methyl vinl silicone ribber | B1L53%
s — 260%

Hudroxw Terminated Dimethyl Siloxans (Low Maoleouinr Weight 2,408

Stearate 4 g = T Gi13% YengCheng Lad

White Pigment 1924 20
" Muleanizing Aoent 1.30%

Sive: Not supplied
Lot N Not supplisd
Receiving Date: Sep'14, 2009
2. FEquipment: Autoclaves(Shanghai Medical and Technologic Equipment Company),CO: Incubator
C Thermo LLS.A 3, Inverted microscopefCympus,. Japan), Super clean working dcsk{Suzjmu Purification
Equipment CO, LTD), Refngerator{ Thermo L. S:A), Culture plate(Coming Incor), Power Wave XS
Micraplate Reader(Bio Tek, LT.S.A ). ete.
3. Reagents: Phenol (Lot No: 20080401 ). MTT (Lot Na: 13241337 ), FCS (Lot No: 743794),
Trypsinase (Lot No: GO850 1), MEM (Lot No: 14023 89),Penicilline., Streplomyein sulfine (Lot No: 377993),
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isopropanol (Lot No: 20081112),ete.

4. Cell Strain: Recommended cell lines are American Type Culture Collection CCLL (NCTC clone
oaey,

5. Cantrol Preparation:

Negative control: High density polyethylene +MEM medium, with addition 10% FCS. (37°C 24h)

Positive control: MEM medium, with addition 10% FCS and 0.3 % phenol (37T 24h) |

Blank control: MEN medium, with addition 10% FCS. (37°C 24k

6. Storage Conditions: Room temperature

Test method

1. Cell 5train; Recommended cell lines are American Type Culture Collection CCLI (NCTEC clone 9293,
2. Preparation of sample Extracts

The sterilized sample was put i\t a culture Hask., and MEM medium{10%FCS) is then added
gecording W the ratioof U 2g: Iml finally, the flask is sealed, and the sample is extracted at 37°C for 24h
Lo obiain the sample extract.
3. el eulure

1929 cells were culwred in MEM medium, supplemented with 10% FCS at 37C in & humidified
atmosphere of 5% CO,. L929 cells were digested by using 0.5% trypsin(EDTA) and the single-cell
suspension Tormed 1%10° cells/m] suspended cells were cultured in 96-well plates with 100u) per well.
After the cells grew into monolayer, discard the origimal cultere medium, and then add 100p] the sample
extraction ,positive control solution and negative control selution to each well respectively.
4. Cell morphological observation and evaluation of cytotoxicity

After 24h incubation respectively. take out a Y86-well plate for cell morphological observation
first ;and then add 50ul MTT ( lmg/mL) to each well, The cells were further cultured for 2 hours when all
lguid in each well was tipped out and 100 ul isopropanol was added to dissolve the precipitate. Sample
aroup were tested by dual-wavelength spectrophotometric measurement with the measurement wavelength
at 370 nm and reference wavelength at 650 nm. The blank control. negative control and positive control
which oblained by same way were tested as the method above,
The cell cytotoxicity ratio of the negative control group, positive control group and sample group are all
determined by the following formulia: - » .

The eell eytotoxicity ratio = [OD570-00650] of sample group(or [ODS70-0D630] of positive
control group)! [ODS70-0D650] of blank control group X 100%

Results

Results in this expeniment are showed Table.

Table: Descriptive statistics of the cell vitality

Group OD5T+S Viab.%
blank 09770623 10H0%5
Negative contral . 09780019 S4.5%
pasithve control 00140001 1.4%
100 exctract of the fest sample f.752+0.011 75 4%
75% exrtuct of the test sample 0,831 0,009 B4
510 extract of the test sample 0875 0,011 ¥7 8%
25% extract of the test sample 0,935 £0.010 93,70

.hccur'dihg to [SO0993-5:2009(E) 1T viability is reduced to < 70 % of the blank, it has a cyltoxic
potential, The 50 % extract of the test sample should have at least the same or a higher viability than the
106 %% extract; otherwise the test should be repeated.

The testing sample solution is mixed with growing-well 1.-929 cell, and then incubated for 24h. The
MTT method  was used to measure the cvtotoxicily ratio the 100 % extract of the test sample was 75.4%.
Conclusion

The results showed the westing sample had no toxicity to L-929 cell,
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Delayed Contact Sensitization Study(A Maximization Method)
In the Guinea Pig

Summary

A guinea pig maximization test (ISO 10993-10:2002/Amd.1:2006) of sample Har sensor pad ‘was
conducted o evaluate the potential for delayed dermal contact sensitization, The method of Magusson and
Kligman ( 1970) was adapted for 0.9% sodium chloride solution test article extract.

The extract of the test article was intradermally injected and occlusively patched to ten guinea pigs in
an attempt 1o induce sensitization. Following a recovery period, the original ten test and five previously
untreated control animals received a challenge patch of the test article extract and the control vehicle. In
addition the test article was applied to the same animals. All sites were scored at 24h and 48h afier patch
removal,

Linder the conditions of this study, the test article extract and the test article showed no signification
evidence of causing delayed dermal contact sensitization in the guinea pig.

Date completed: Nov 6, 2009

Edited by: .-:f'{u_[?/u : Checked I:qm&),h M"’

Introduction

A guinea pig maximization test of the material identified below was condudted to evaluate the
potential to cause delayed dermal contact sensitization. The fest article was received on Sep 14, 2009. The
method of Magnusson and Kligman, as reported in Allergic Contact Dermatitis in the Guinea Pig. 1970,
was employed with adaptations for a test article extract, The susceptibility of the Hartley Euines pig strain
to & known sensitizing agent. | -chloro-2.4-dinitrubenzene (DNCB), has been substantiated at SDWH with
thie method under lub number SDWH--2009-20803 completed on Sep 25, 2005,

The study was conducted in accordance with Good Laboratory Practice Regulation LISA21 CER Part
58.

Materials
The sample provided by the sponser was identified and handled as follows:
Test Article: Ear sensor pad

Witerials: " !
Chemicsl matenial Conten Supplier

Methyl viny] silicone rubber B1.55%

SR 12.60%

Hydroxy Terminated Dimethyl Siloxane (Low Molecuiar Weight) 240% :
Steurafe 0.15% Yanguheng Tad
White Pigment 1924 . 2.00%

Vuleanizing Apent . | 1.3

Size: Not supplied
Lot No: Not supplied
Equipment: [ncubator
Storage Conditions: Room temperature
Vehicka: 0.9% sodium chioride
Preparation:
For each phase of this test, a ratio of 0.2z Iml (test article to volume of vehicle) was used for the
test extiact. The test article was extracted in 0.9% sodium chloride at 702 2°C for 242 hours.
Condition of Extracts;
Additional Mmerials:

TEST CONTROL
Induetion | clear with test article particulites® Nol applicable
Induction 1 clear with test article particulates Mot applicable
Challenge clear with Lest article particulates Clear |

*Filtered with a 0.8 pm filter dise to yield a clear particulate free extract
Freund's Complete Adjuvant (FCA) was used at induction 1, and a 10% (wiw) sodium lauryl
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sulfate {SLS) suspension in petrolatum was used for induction 11 These materials were provided by the test
facilitv.
Method
Test System:
Species: Albino Guinea pig
Source; Provided by Animal Center, SDWH <Permit Code: SCXK (SUI) 2002-0008>
Acclimation Period: Mimmum 5 days
Wurmber of Animals: 15
Justification of Test System:

The aibino guiuca pig has been used historically for sensitization studies (Magnusson and Kligman,
1970). The guinea pig is believed 10 be the mosl sensitive animal maodel for this type of study .The
susceptibility of the guinea pig to a known sensitizing agent, 1-chloro-2,4- dinitrobenzene (DNCRB) has
bieen substantiated at SDWH with this method |
Animal Managzement:

Husbandry Refer to 150 10993-160;2002/Amd, 1:2006:  CAnimals and husbandry) .

Food: All-nutrient animal foed provided by Suzhou (Twin-lion) Experimental Animal Food
Science & Technology Service Co Lid.

Walor: Drinking water met the sanitary Standard

Housing: Animals were housed in groups in stainless steel suspended cages identified by a card

indicating the lab number, animal numbers, 1est code, sex, animal code and first

treatment date.
Persennel; Associates involved were appropriately qualified and trained.
Selzction: Only healthy, previously unused animals were selected.
Intradermal induction phase [ :
A pair of (L1ml intradermal injections was made for each of the following, into each animal, at the
injection sites (A, B and C) as shown in Figure | in the clipped intrascapular region.
Site A A 50:50 (volume ratio) stable emulsion of Freund's complete adjuvant mixed with the chosen
solvent. Physiological saline (equivalent) was used for water-saluble material,
Site B: The test sample (undiluted extract); the control animals were injected with the solvent alone.
Site C: The test sample at the concentration used atsite B, emulsified in a 50: 50 volume ratio stable
emulsion of Treund's complete adjuvant and the solvent (50%) was injected into the control animals with
an emulsion of the blank liquid with adjuvant.
Topieal induction phase 11 :
Seven days (£ Lday) after completion of the intradermal induction phase, the test sample was ndmlmsfmd
by lapical application to the intrascapular region of each animal, using a patch of area approximately Bem’
(filter paper or absorbent gauze), so as 10 cover the intradermal injection sites. The concentration seleeted
in Intradermal induetion phase | for Site B was used, The maximum concentration that could be achieved
in Inttadermal induction phase 1 did not produce irritation, when the area was pretreated with 10% sodium
dodecyl sulfate massaged into the skin 24h+2h before the puch was applied. The patches were secured
with an ecclusive dressing; The dressings and patches were removed after 48h-2h.
The control unimals were treated similarly, using the blank liquid alone.

Cranial end
i) A
- /x -
.1 ml intradermal injections <_p B B 1—>
B f,_‘: Clipped intrascapular region
Caudal snd

Figure 1-Location of intradermal injection sites
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Challenge phase ;

At 14 days (£ |day} after completion of the topical induction phase, all test and control animals were
challenged with the test sample, The test sample and a vehicle control were administered by topical
application to sites that were not treated during the induction stage, such as the upper flank of each animal,
using appropriate patches or chambers soaked in the test sample at the concentration selected in the
intradermal induction phase | for site C, Dilutions of this concentration were also applied 1o other
untreated sites in a similar mannar. Occlusive dressings were used o secure areas treated. The dressings
and patches were removed after 24 2h,.

Observation of animal:

The appearance of the challenge skin sites of the test and cornitrol dnimal were obseérved afler 24h and 48h
removal of the dressings. Natural or full-spectrum was used 10 visualize the skin reactions.

The skin reactions for erythema and oedema were observed and graded aceording to the Mapnusson and
Kligman grading given in Table | for each challenge site and at each time interval .It is highly
recommendad that reading be done without knowledge of the trestment, in order to minimize bias in the
evgluation of the results,

Exvaluation of results:

Magnussan and Kllgman grades of 1 ar greater In the test group generally indicate sensitization,
provided grades of less than | are seen in control animal. If grades of 1 or greater are noted in control
unimal, then the reactions of test animal which exceed the mest severe reaction in control animals are
présumed to be due to sensitization. [ the response is eqlivocal, re-challenge is recommended to confirm
the results from the first challenge. The outcome of the test is presented as the [requency of positive
challenge results in the test and contro] animal.

Table 1 Magnusson and Kligman scale

Patch test reaction Cirpcline sonfe Bl
M visihle change [
Thserere or patchy ervthem |
Moderate and confluen| ervthenis 2
[ntense ervibiemn and swelling B

Result
Individual results of dermal scormg for the challenge appear in Table 2. No evidence of sensitization
was ohserved.
Clinical Observations: All animals appeared clinically normal throughout the study.

Conclusion
Under the conditions of this study, the test article extract and the test article showed no significant

evitdence of causing delayed dermal contact sensilization in the guinea pig.

Table 2 Guinea pig Sensitization Dermal Reaetions — Challenge

Hours following pateh g
Al Topieal inductions | removal [hjp Weight (@)
Numibern Group ph&&f L ” e Belare After
3! mjection experiment

1 Tt 0 1] i} 310 Ftvd
2iTest il 1] 0 321 373

3 Test i 0 1] 338 350

4 lest i fi i} 327 31

3 Test { il i} i3 367

6 Test 0 1 { 326 380

7 Test i i a an 364

& Teu {0 [ 0 322 a75s

0 Test 0 | I i 324 78

~ 10Test 0 | 0 0 318 370
| T eantrol a I 1 o i1B 371
FZconirol 0 0 ] E1k T
13copurnl il | ii ] 320 376
Idcontrol 4] | fl ] 330 382
|5control 1] { i i 34 367
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Skin irritation Test

Summary

The test article; Ear sensor pad was evaluated for skin irritation in accordance with the 1SO
| 0993-10:2002/Amd. 1:2006: Tests for lrritation and delayed-type hypersensitivity. The skin responses on
application sites inlh. 24h. 48h and 72h respectively afler removal the patches Cabout 2.5cm % 2.5em )
which moistened by the extract were observed and recorded. The tissue reaction was graded for erythema
and oedema accarding to the classification system given in Table |. According to what was observed, the
response of skin on testing side does nof exceed that on the control side. The primary irritation index for
the test article was caleulated to be 0, The test result shaowed that the applied sample does not induce
irritation to rabbit skin.

Date completed: Cet 16, 2009

Edited by: Z:u pr- [ Csinli: Pawlfl_w”r

At T+ 2009 MMev 7 2009

Introduction

The test article was evaluated for skin irritation in accordance with the puidelines of the 150
10993-10:2002/Amd, 1:2006: Tests for Irritation and delayed-type hypersensitivity. This study was to
determine the potential skin irritation after the parches which moistened by the extract apply to the animal
buck. The test article was received on Sep 14, 2009, The test started on Oet 12, 2009, and concluded on
Ot 16, 2009,

The study was conducted in accordance with Good Laboratory Practice Regulation USA 21 CTR Part 58.

Materials
Test Article: Ear sendor pad
Materials:
= Chemical material Content Supplier
Methy! vinyl silicone rubber | B1.55%
SICO2 S 12.60%
Hydroxy Terminated Dimethyl Siloxsne (Low Molecuiar 2 40%
Weialt) ; YongCheng Lid.
Sfearate 0,15%
White Pigment 1924 2.00%
Vuleanizing Agent 1.30%

Rize: Not supplied
Lt Mo; Not supplied
- Equipment: Incuhator
Storage Conditions: Room temperature

Sample and Control Preparation:
A ratio of 0.2g: 1ml (1est article 1o volume of vehicle) was used for the test extract. The test article

was extracted in 0.9% NaCl at 70T 2T for 24 =2 hours. The vehicle (without the test article) was
similarly prepared 1o serve as the control. Then apply the 0.5ml extract (s) 1o 2:5¢m X 2.5¢m FRPorbent
guuze patches.

Method
Test System:

Speciss: Rabbits.
Breed: New Zealand white (single strain)

Page 9 of 11
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Souree: Provided by Animal Center, TCRSU<Permit Code: SCXE (SU2002-:0008>
Body Weight Range: Mot less than 2 ki

Ape; Young adult

Acclimation Period: Minimum 5 days.

Mumber of Anlmals: Three

Justification of Test System:

The rabbit is specified as an appropriate animal model for evaluating potential skin irritants by the
current 1SO 109893-10:2002/Amd.1:2006 testing standards. The rabbit is widely used for this purpose and
relative ranking of irmtant scores can be determined,

Apnimal Management:

Husbandry; Refer to IS0 10993-10:2002/Amd. 1:2006 { Animals and husbandry)

Food: All-nutrient animal food was provided by the Suzhou {Twin-lion) Experimental Animal Food
Seience & Technology service Co., Lid.

Water: Provided by Sanitary Standard for drinking water.,

Housing; Anmimals were individually housed in sminless steel suspended cages identified by @ card
mdicating the lab nuniber, animal number, test code, sex, and date dosed.

Personniel; Associates involved wete appropriately qualified and trained.

Selection: Only healthy, previously unused, animals free from irrifation or other dermatological
lesions that could interfere with the test were selected,
Experimental Procedure

Lise only animals with healthy intact skin. Fur is generally elipped within 24h to 4h of testing on the
backs of the animals a sufficient distance on both sides of the spine for application and observation of all
test sites{approximately 10cm = 15em)

|

R 4
—
= 5
2 6
T

1- Clranial end 2- Test site 3- Control stte 4- Clipped dorsal region 3- Contrinl site 6- Test site 7- Candul e

Figurel-Location of skin application sites

Apply the appropriate extract(s) to 2.5¢m < 2.5¢m FRPorbent gauze patches. Apply one patch on each
side of the animal as shown in Figure 1.Similarly. Apply a control patch of gauze moistened with the
exlract vehicle as indicated in Figure 1. Then wrip the application sites with'a bandage(semi-occlusive or
occlusive) for a minimum of 4h, At the end of thé contact time, remove the dressing.

Describe and score the skin reaction for erythema and oedema according to the scoring System given
in Table | and Table 2 for each application site at each time imterval. Record the appearance of each
application site at 1h, 24h, 48h and 72h following removal of the patches.

Result
Agcording to what observed, the response ol skin on testing side does not exceed that on the control
side, Thus, it is identified as grade 0. See table 2.
Conclusion
The test result shows that of the applied sample does not induce irritation to skin.
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Record Storage
All raw data pertaining to this study and a copy of the final repor! are to be retained in designated

SIYWH archive files,

Table.1 Classification System for Skin Reaction

Ervihema and Eschar Formation: Numerical Grading
No erythema 0
Verv slight ervthema (barely perceptible) 1
| Well-defined erythema 2
Moderate erythema 3
Severe erythema (beset redness) to eschar formation preventing grading of 4
o
Edema Formation:
Nedems 0
Very slight edema (barely perceptible) |
Wiell-defined edema (edges of area well-defined by definite raising) 2
Muderite edema (raised approximately 1mm) 3
Severe edema (raised more than |mm and extending beyond exposure area) 4
Total possible scare [or irdtation 8
Irritation Response Categories in the Rabhit
Respanse Calegory Mean score
Megligible 0t 0.4
Shight 05119
Modernte - 2104.9
Severe Sl

NOTE: Other adverse changes at the skin sites were recarded and are reported
Table .2 Dermal Observations

: . Interval  (hours)
Rabhit ﬁo | Group l % | 48 | 7
Test | Erythema 0 o | o 0
: ] Oederma 0 0 | 0 0
Control Erythema { N I 1]
_ Oederma g | o | @ i
Test | Erythema 0 B |0 0
= _Dedema 0 0 0 0
N Control ~ ° Erythema 0 | & 0 0
. Dedema L) | 0 0] 1]
. Test Erythema 0 (- 0 0
3 [ ) Oedema 0 0 0 0
‘Control Erythema fl ( ] 0
Dedema 0 0 0 4]
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