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APPENDICES

Appendix A. Supplementary Data for MTS Cytotoxicity Assay

Supplementary Table 1. MTS Absorbance Data of HDF Cells Treated with Product.

Product
Concentration  A570 %Cell Viability
(%)
0.97 88.48
0.25 0.98 88.91
1.06 101.89
| 1.29 l137.60 |
0.5 119 121.48
1.07 103.57
I0~96 lss.oo |
1 0.95 84.39
121 125.65
I0-93 I81.15
2 0.96 85.89
0.93 82.36
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Supplementary Table 2. MTS Absorbance Data of HDF Cells Treated with Base.

Base
Concentration  A570 %Cell Viability
(%)
1.08 104.70
0.25 0.98 89.85
0.99 90.38
IO.93 I81.43
0.5 0.98 90.02
1.11 109.80
1.00 I93.05
1 0.97 87.62
0.99 91.43
I0.99 I9O.70
2 0.97 87.42
0.91 79.29
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Supplementary Table 3. MTS Absorbance Data of HDF Cells Treated with Comparator.

Comparator
Concentration  A570 %Cell Viability
(%)
1.12 110.56
0.25 1.10 108.04
1.10 107.66
1.07 I103.45
0.5 1.23 128.65
1.29 137.15
1.14 I114.07
1 1.05 99.71
1.17 119.09
I0.88 I74.61
2 0.97 88.40
1.15 116.44
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Supplementary Table 4. MTS Absorbance Data of HDF Cells Treated with Combination.

Combination
Concentration  A570 %Cell Viability
(%)
0.89 74.90
0.25 1.08 104.22
1.04 99.20
1.01 I93.60
0.5 1.03 96.50
0.98 89.55
1.01 I93.62
1 0.94 83.65
0.97 88.60
0.95 I85.21
2 1.00 92.21
0.94 83.84

Supplementary Table 5. MTS Absorbance Data of Untreated HDF Cells Control and Blank.

A570 Average %Cell Viability

0.29
Blank 0.47 0.40 0.00
0.44

1.10

Control 1.05 1.05 100.00

0.99
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Appendix B. Standard Curves for ELISA
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Supplementary Figure 1. Standard Curve of Type | Collagen ELISA.
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Supplementary Figure 2. Standard Curve of Type Ill Collagen ELISA.
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Appendix C. Supplementary Data for ELISA

Supplementary Table 6. Type | Collagen ELISA Analysis.

Treatment 0D450 Relative OD450 Concentration (pg/mL)
0.07 0.03 122.60
Product 0.08 0.03 164.18
0.08 0.03 156.72
I0.08 I0.03 I181.24
Base 0.08 0.03 184.43
0.10 0.05 404.05
IO.1O IO.05 I39O.19
Comparator 0.10 0.05 363.54
0.08 0.03 215.35
IO.08 IO.03 I192.96
Combination 0.08 0.03 189.77
0.08 0.03 158.85
Control IO.07 IO.OZ I83.16
Blank 0.05 0.00 -184.43
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Supplementary Table 7. Type Il Collagen ELISA Analysis.

Treatment 0D450 Relative OD450 Concentration (pg/mL)
0.37 0.31 3095.47
Product 0.49 0.43 4613.22
0.45 0.39 4050.18
I0.31 I0.25 I2359.85
Base 0.30 0.24 2216.65
0.35 0.30 2929.01
I0.3O IO.24 I2243.57
Comparator 0.44 0.38 3974.30
0.56 0.50 5421.05
IO.28 IO.22 I2015.91
Combination 0.52 0.46 4932.68
0.49 0.44 4647.49
Control IO.13 IO.O7 I186.05
Blank 0.06 0.00 -689.11
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Supplementary Table 8. Shapiro-Wilk Test of Type Ill Collagen Expression.

Test for normal distribution

Control Base Product Comparator Combination
Shapiro-Wilk test

Invalid input I
w 0.8911 0.9782 0.9974 0.8217

data
P value 0.3576 0.7173 0.903 0.1674
Passed normality test

Y Y Y Y

(alpha=0.05)? es es es es
P value summary ns ns ns ns
Number of values 3 3 3 3 3

Type lll Collagen Expression of Treated HDF Cells
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Supplementary Figure 3. Type Ill Collagen Expression of Treated HDF Through EpiDerm™ Skin Model After
Treatment With Product, Base, Comparator and Combination Compared to Base. Value of ns P>0.05 indicates
a non-significant difference to Base. (n=3, ANOVA).
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Appendix D. Supplementary Figure for ELISA

Nuts set Tissue Culture  Bottom piece  Top piece Bottom piece Screw
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Supplementary Figure 4. MatTek Permeation Fixtures (EPI-200-FIX) Parts and Assembly.
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