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Test Sample Blank Positive Control Negative Control
Average (OD) 0.430 0.462 0.008 0.459
Viability % 93.074 100 1.732 99.351
Toxicity % 6.926 0 98.268 0.649
STDV 0.03 0.01 0.02 0.03
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Tests for in vitro cytotoxicity"

e UNI EN ISO 10993-12:2012 "Biological evaluation of medical devices - Part 12: Sample
preparation and reference materials"
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Reaction

Irritation score

Erythema and eschar formation

No erythema

Very slight erythema (barely perceptible)

Well-defined erythema

Moderate erythema

Severe erythema (beet-redness) to eschar formation preventing grading of erythema

hlwlin|alo

Oedema formation

No edema

Very slight oedema (barely perceptible)

Well-define oedema (edges of area well-defined by definite raising)

Moderate oedema (raised approximately 1 mm)

Severe oedema (raised more than 1mm and extending beyond exposure area)

Maximal possible score for irritation
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Other adverse changes at the skin sites shall be recorded and reported

Mean score Response category
O0to 0.4 Negligible
0.5t01.9 Slight
2t04.9 Moderate
5t0 8 Severe
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Rabbit Irritation score in interval hours
No. Stoup 2412 48+2 72+2
Test sample 0/0 Q/0 40
1 0/0 0/0 0/0
CoRtiol 0/0 0/0 0/0
0/0 0/0 0/0
Test sample 0ib g0 o0
5 0/0 0/0 0/0
Eontral 0/0 0/0 0/0
0/0 0/0 0/0
Test sample 02 ' o9 09
3 0/0 0/0 0/0
Control 90 AL
0/0 0/0
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e |SO 10993-10:2010 "Biological evaluation of medical devices - Part 10: Tests for irritation and skin
sensitization "

e ISO 10993-12:2012 "Biological evaluation of medical devices - Part 12: Sample preparation and
reference materials"

e [SO 10993-02:2006 "Biological evaluation of| medical devices - Part 02: Animal welfare
requirements"
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Site A: A 50:50 volume ratio stable emulsion of Freund's complete adjuvant mixed with the
sodium chloride injection (0.9%).
Site B: The test sample (undiluted extract); inject the control animals with the solvent alone.
Site C: The test sample at the concentration used at site B emulsified in a 50:50 volume ratio

stable emulsion of Freund's complete adjuvant and the solvent (50 %); inject the control
animals with an emulsion of the blank liquid with adjuvant.
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Reaction Grading scale
No visible change 0
Discrete or patchy erythema i
Moderate or patchy erythema 2
Intense erythema and/or swelling 3
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Animal Time after removal of the patch

Group | Number 2412 hours 4812 hours fot)
1 0 0
2 0 0
3 0 0
4 0 0

Test 5 0 0 0

Group 6 0 0
7 0 0
8 0 0
9 0 0
10 0 0
14 0 0
12 0 0
Control 13 0 0
0 0
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e ISO 10993-12:2012 "Biological evaluation of medical devices - Part 12: Sample preparation and
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e |SO 10993-02:2006 "Biological evaluation of medical devices - Part 02: Animal welfare

requirements”
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