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le: Conductive Hydrogel, was extracted with MEM with 10%,
: ” . p
' SURECT 107 vitro cytotoxicity test according to Annex C of 1SO 10993‘ 090
E \ Mouse lung fibroblast cells (L929 Cell) are subjected to contact with tes le extract,

blank control, negative control and positive control separately. Aft

S B

ing, measure

=

¢
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the OD value of each group and calculate cell viability.

& Quality control qualified the reliability of the test resuts.
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Conclusion: | Test Sample induced non-cyftoxi8ity to L929 cells.
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QUALITY A% STATEMENT

Qﬁ'\/\@(QA) personnel of NEWAY. The QA inspection

This test was audited by
includes review of stud of a study-based audit and results of audit of raw data and

study report.

The ﬁndingsze
QA manageg: ;
5"’5‘%5’ MoV - J3 ., 2020

Q Xu Honglei
Y 4

¥ to Study Director and NEWAY management.

Date Completed

Inspection

Type Inspection Date Testing Phase Study Director
Study base Sep. 21, 2020 Draft Protocol Sep. 21, 2020
Study base Oct. 21, 2020 Test Sample Prej Oct. 21, 2020

Study base Oct. 23, 2020

Oct. 23, 2020 <
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PURPOS EDULE

medical device should be tes for vmpatibility to avoid potential physiological damage

According to its nature and dur‘).t)fl guifipated contact with human tissues when in use,

from toxic substances produ

In this study, in v Yt@oxicity test was performed to evaluate toxicity of substances that

could be extrac sed from the medical device. Mouse lung fibroblast cells (L929 ¢

are used here as testSystem for cytotoxicity test. Based on recommendations described in IS

1099 ntitative determination of cell viability by MTT assay and qualitative obs

' }hology and growth density were carried out. These resuli pro@tlcal
V ation for assessing the in vitro cytotoxicity of the medical devi \

Study schedule as below: \E

Study Initiation Date: Sep. 21, 20 :

Q Test Starting Date: ’ l(
% Test Completion Date: 223 ?I'

L

Y

PHOTO OF TEST SAMPLE V4 | Q =
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ntaminated during manufacturing. &
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1. MATERIALS INFORMATIO%

4

1.1 Test Sample

Test Sample in was provided by sponsor and showed as below:
Test Sample Ipkion: Conductive Hydrogel

arts or materials:  Conductive Hydrogel

ients: Conductive Hydrogel

Conducting electric_current to_the ski

ended Use: transmitting_human EMG or E
' Y
machine.
Batch/Lot No.: 20200915
Model No.: QDO0.9A
Stability: Not entruste %

Production date:
Expiration Date:
Storage Condition:

External Features: ,

Sterilization Methdd: Non-Sterilized
Pre-treatment: Non
Extraction ic MEM (with 10% FBS)
12 @

ol (Howei Pharm Lot: 14155174)

TT(SIGMA Lot: MKCL1832)
1.2.3 Fetal bovine serum (FBS) (HYCLONE Lot: DDIQ3622” Q ’
1 2.4 Trypsin solution (GIBCO  Lot: 2152925) \

1.2.5 MEM (GIBCO Lot: 2048092)

1.2.6 Penicillin-Streptomycin solution (GIBCO  Lot:
1.2.7 Isopropanol (Tianjin Zhiyuan Chemical Lot 4030118)
1.2.8 HDPE (USOLF Lot: P25141115)

Ny
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1.3 Equipment

1.3.1 Shaker water bath (Chang! an
N
FICATION, 22016-01-01)
PUS, R2016-02-02)

ctte (THERMO FISHER, D2016-02-04)

1.3.2 COs Incubator (ESCO, K
1.3.3 Super clean bench (S

1.3.4 Inverted Microsc

&

1.3.5 Adjustable
1.3.6 Adjustable p
1.3.7 Adj

&

01]6-

w\

Page 5
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n pipette (THERMO FISHER, D2016-03-04)

11 Balance (Sartorious, C2016-01-01)

Test Sample extract and controls preparation were

with aseptic technique.

Extraction was done in centrifuge tube

Shaking speed was 150 rpm.

All sample group and ¢ trolxse,
ly

extracting. Extracts were us

¢

L 4

stable precision pipette(8 Channels) (THERMO FISHER, D2016-04-04)
YLIN-BELL,J2016-01-01)
cToplate Reader (THERMO FISHER, X2016-02-01)
Centrifuge (LICHEN, X2017-01-01 )

é\
1.4 Test Sample Extraction and Controls Preparation %

Y4

fox
O

omped under sterile environment

in 8 h according to NEWAY SOP.

e Extraction and Controls Preparation

in a shaker water bath (see Table 1).

acts were storage at ambient temperature after

Extract @
Appearanc
N

GROUP pling Sterilization | Extractin | Extracting
2 ethod Method | gRatio* | Condition
Ultraviolet
i RANGOTOLs, | alion ™ | Seadiind | 570 i Jrent
Sample Hydrogel
(1h)
; b Autoclave o550
3 e O oo
k ML Gt / / Transparent
10% FBS)
' 1 Positive 5g/L phenol / / Transparent
\ solution
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2.1 Experimental

2.1.1 Cell Strain: ¢ 929 (L929

2.1.2 Cell Sollcce®Call Center of Chinese Academy of Sciences
~72h

Ithging: Well growing cells subculture for 48h

ation of experimental system: In vitro cytotoxicity test 1s one of the
C cl

2.1.4 Justi

tests for medical device biocompatibility evaluation system. NCT

ehdorsed by 1SO experts to be suitable for in vitro cytotoxicity test.

2.1.5 Facility: Experimental facility is accredited in accordance &

2.2 Test Procedure

d &
2.2.1 Cell cultures agg re from culture flasks by enzymatic digestion (trypsin/EDTA) and \
the cell suspensio trifuged (200g, 3min). The cells are then resuspended in culture
medium and ge ¢ nsion is adjusted at a density of 1 x 10° cells/ml. Using a multichanne@

pipeﬁe% Opl culture medium only (blank) into the peripheral wells of a 96-wellgigsu
cultu tre plate. Blank control, negative control, positive control and test sample extrac
5%. 50%. 25%) groups are assigned to the remaining wells, dispe | of a cell

sion of 1x10° cells/ml (= 1x10* cells/well).

”
2.2.2 Incubate cells for 24h (5% CO,, 37°C, >90% humidity), ex{ eadhyplate under a phase
contrast microscope and record cell morphology, and then te re medium from the
cells.

2.2.3 Per well, add 100pl of treatment medium coatai

nifg either the appropriate concentration

of sample extract (100%, 75%, 50%, 25%), ofgthe ive control (100%), or the PC (100%),
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or nothing but blank. e
2.2.4 Incubate cells for 24h (5"/’03. 3. > B0% humidity). ®Q

plate under a phase contrast microscope to identify

Rrowth characteristics of control and treated cells. Record QQ

changes in the morph ofghe cells due to cytotoxic effects of the test sample extract.

systematic cell seeding errd

f

29 : el :
2.2.6 After the n of the plates, remove the culture medium from the plates. 50

the MTT solution isWen added to each test well and the plates are further incubated for 2h

the in3 7°C. Then the MTT solution is discanted and 100ul of isopropanol a
\ 4 4 h

'S vay this plate and subsequently transfer it to a micropla[er;ader uipp

i e
a STpm filter to read the absorbance (reference wavelength 650nm). \
e

*2.7 All processes are completed in sterile environment with aseptic

2.3 Data Analysis % !

2.3.1 Calculate the average value and standard deviation (SDyof%eptical density for each group. -y <

2.3.2 Calculate the viability with below equatio

Viab. %

where ,

OD570e is the mean value e~:d ptical density of the 100% extracts of the test

sample;

OD570b is the mean valu ured optical density of the blanks.

2.4 Evaluation Cg Q @

ed to < 70% of the blank, it has a cytotoxic potential.

2.4.1 Ifvia
242 i esult of test sample extract (100%) is used as the final reference. Q
2.4.3 The r the Viab.% value, the higher the cytotoxic potential of the test itemfis.

' L 4
TEST RESULTS \

3.1 Cell Morphology

As shown in Table 2, the cells exposed to negative co ed o significant change

in cell morphology compared to that of reagent control.®osi ontrol extract caused severe

cellular damage and obvious morphological alteragi alipost all cells. The cells treated by

LWYP-YPVEVI |

O
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test sample extract showed no morph®ke gange.

ble 2 Cell Morphology results

” After treated with

o STE t wi

seeding into 96- | Before treatmen extract or control
@)

i well plate extract or control for 24h
X
Negative C\ontrol O
O
0% Extract O O

75% Extract

50% Extract

1 8 1 o1 B 2

25% Extract

Remarks:

“5™ Means none reactivity, discrete intracytoplasmatic granules, Rg cell lysis, no reduction of cell growth

“0" Means slight reactivity. Not more than 20% oflthe cells are round, loosely attached and without

intracytoplasmatic granules, or show changes ogy; occasional lysed cells are present: only slight growth
inhibition observable.
“A™ Means mild reactivity, N’loret 0% Ofpthe€ells are round. devoid of intracytoplasmatic granules, no
extensive cell lysis; not mgre th growth inhibition observable.

=™ Means moderate rea . No than 70% of the cell layers contain rounded cells or are lysed: cell layers

not completely destroye: than 50% growth inhibition observable.

rly complete or complete destruction of the cell layers.

3.2 Inhibiti cell viability
sults of this study are as below:
e Viab.% value of test sample extract (100%) is 73.16% (See Attac
b) No cytotoxicity is detected in Negative Control group, meanwh xicity of Positive
Control group is detected:;
¢) The mean ODsy value of blanks shall be > 0.2, meas

d) Blanks are placed both at the left side (row 2) and t side (row 11) of the 96-well plate,

the left and the right mean of the blanks do nagdiff ore than 15% from the mean of all
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blanks measured value is: 4.72%. %

4

3.3 The test results apply to Mg test ple in this study only. NEWAY is not responsible for
further evaluation of thes tis the responsibility of the sponsor to decide if this data
is applicable to olhe@s.

4. DEVIATIO

mwas completed in accordance with the protocol, no deviation occurred%
t

¢ Q 4 ¢ ()
t \ CONCLUSION \

Under the conditions of this study, the cell viability of the te@ .16%. Therefore,

Test Sample induced non-cytotoxicity to L929 cells. Q

6. ARCHIVING

L 4
All the study-related raw (£ comds, protocol and the final report will be kept in
s}‘or studies of more than 4 weeks duration, the test

NEWAY for 6 years from reportiiss
samples will also be in kept i for 6 years from report issue date
All the records and test@amples were handled according to GLP Guidance. Agent

authorized by the n apply for the review according to NEWAY policy.

RN Y 4

Newavi .
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| MTT data
’36:70_" ODs7o ODs7o Vigh.9
Group ___Ev’g)___J (SD) (CV%) g
0.5360
05410 |
Left Blank 05140 | 05416 0.02148 3.97 /
0.5430
: 05740 | s |
N\, 0.696 0152 | 0.5440
0691 0.159 0.5320
% ive 0.647 0132 | 05150 | 05326 | 0.01250 ; 02.98
0.629 0.102 0.5270 | i
0.647 0.102 05450 | | MR
0.650 0.141 0.5090 s
0.570 0.108 0.4620
25%extract | 0573 0098 | 04750 | 04876 18 3.86 94.28
0.638 0.143 0.4950
0.595 0.098 0.4970
0.617 0.121 0.4960
0.596 0.113 0.4830
50% extract 0.642 0.124 0.5180 4966 0.01311 2.64 96.02
0.621 0.125 960
0.591 0.101 0.
0.577 0. 0
0.569 0.1 4870
75% extract 0.65 01 0.4530 0.4700 0.01170 2.49 90.87
0.574 0.4750
05 0.113 0.4850
g 1 0.111 0.3800
100% 51 0.142 0.3680
et 0486 0.116 0.3800 0.3784 0.01864 4.92 =
57 0.100 0.3570
496 0.089 0.4070
0.056 0.056 0.0000 3
0.059 0.052 0.0070
v 0.054 0.051 00030 | 00068 | 0.00536 1.31
0.142 0.130 0.0120 P ”
0.067 0.055 0.0120
0.591 0.109 0.4820
0.609 0.1 0.4980
Right Blank 0.638 0.122 05160 | 0.4 489 3.02 /
0614 0.125 0.4890
0.571 0.092 0.4790
blank below




NEWAY Bio-Com. Lab \

88: Rm.402A. Building H, No.1, Jingye 3rd Street, Huangpu Dis % uangzhou,
PR China. 510663. ¢ Q e
\ 1 Tel: +86-020-82002131 \
fEEL Fax: +86-020-82006951
Q “F 71: http://gdneway.com Q
})6 FUETrer: SR KR! TE UB, INDEPENDENTLY DELIVER!
Neway

T 3




