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Tables.
Entry Effective Polydispersity | Baseline Zeta-potential Mobility
Diam. (nm) Index (mV) (ws)/(V/cm)
1 157,79 0.199 7,8 -46,77 -3,8
2 154,36 0,213 7,8 -45,32 -3,72
3 152,85 0,227 9,3 -47,01 -3,57
4 151,54 0,225 7,9 -44,25 -3,79
5) 151,87 0,205 94 -4491 -3,48
Mean 153,68 0,214 8,5 -45,65 -3,67
Std Dev | 2,54 0,012 0,8 1,20 0,14

Table S1. PTX-Ce6@kerag hydrodynamic diameters.



Entry Effective Polydispersity | Baseline Zeta-potential | Mobility
Diam. (nm) Index (mV) (w/s)/(Vicm)
1 123,84 0,073 8,6 -49,92 -3,90
2 122,40 0,088 9,7 -46,80 -3,66
3 121,10 0,067 8,5 -47,59 -3,73
4 121,06 0,059 9,8 -45,93 -3,99
5) 121,67 0,047 9,2 -46,45 -3,63
Mean 122,01 0,067 9,2 -47,34 -3,70
Std Dev | 1,16 0,015 0,6 1,56 0,12
Table S2. PTX-Ce6@kerds hydrodynamic diameters.
Cell PTX PTX@Kkerag PTX- PTX@kerdgs | PTX-
Line Ceb@kerag Ceb@kerds
MG63 1.06x10° M 2,79x101° M 1.26x10° M 2,61x108M | 6,16x10% M
Sa0S-2 | 7,95x10°M | 1,08x10°M |1453x10°M [9,6x10°8M |1x10'M
U-20S |5,672x101° M | 1,59x10° M 5,716x10° M 0,372x10° M | 0,297 x10° M

Table S3. IC50 values of PTX, PTX@Kkeragas and PTX-Ce6@keragds on MG63, SaOS-2 and U-2
OS cells (N= 3 technical replicates and N=3 individual replicates experiments).




Figures.

25

—1to5
2 ——1to 6.7
——1al0
—1a20
?15 ——1a40
s
7]
Q
c
©
£
Q
L 1
<
0,5 'g/
h
0 | ; . - — :—/—A
200 300 400 500 600 700 800

Wavelenghth (nm)

Figure S1. Absorbance spectra of chlorin-e6 solution at different Ce6 concentrations.
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Figure S2. Chlorin-e6 calibration curve.
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Figure S3. PTX calibration curve.

TIME TIME TIME TIME TIME TIME
POINT 1 POINT 2 POINT 3 POINT 4 POINT 5 POINT 6
37°G 37_ (?; 37_ (?; 37_ (?; 37°G 37°C; stirring
stirning 1h l stirming 1h l stiming 1h l stirming 2h l stirring 2h l 17h l
CH,Cl, CH,d, CH,Cl, CH,Cl, CH)Cl, CH,Cl,
extraction extraction extraction extraction extraction extraction

Figure S4. Graphical flow chart of the protocol used to evaluate PTX release over time.
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Figure S5. OS cell lines were treated for 24 h with Ce6@ker, PTX@kerag or PTX-
Ceb@Kkerqg at low dosages (Ce6 0,84 uM and PTX 1,63uM). Alamar blue was performed



immediately after Keratin nanoparticles treatments (- PDT), and 24 h after irradiation of
the same samples (+ PDT). Data, normalized to not treated cells (Ctrl) at first time point,
are expressed as the meantSD (N=2 biological replicates; N= 3 technical replicates) and
analyzed using 1-way ANOVA test and Tukey’s multiple comparison test as a post test.
Results were considered to be statistically significant at P-values < 0.05. *P-values < 0.05,
**P-values < 0.01 and ***P-values < 0.001
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Figure S6. OS cell lines were treated for 24 h with Ce6@ker, PTX@kerag or PTX-
Ceb@kerag at High dosages (Ce6 6,7 uM and PTX 13.4uM). Alamar blue was performed
immediately after Keratin nanoparticles treatments (- PDT), and 24 h after irradiation of
the same samples (+ PDT). Data, normalized to not treated cells (Ctrl) at first time point,
are expressed as the meantSD (N=2 biological replicates; N= 3 technical replicates) and



analyzed using 1-way ANOVA test and Tukey’s multiple comparison test as a post test.
Results were considered to be statistically significant at P-values < 0.05. **P-values <
0.01 and ***P-values < 0.001.
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Figure S7. Alamar blue assay on Sao0S-2/°%58 after 24 h treatment with PTX, PTX@Kerag or
PTX-Ceb@kerag at an equivalent concentration of [PTX] of 6.7uM (Medium) and 24 h after
irradiation (+PDT). All Data are normalized to not treated cells (Ctrl) and expressed as the mean
+SD (from at least two independent experiments performed in triplicate) and analyzed using 1-way
ANOVA test and Tukey’s multiple comparison test as a post test. Results were considered to be
statistically significant at P-values < 0.05. **P-values < 0.01 and ***P-values < 0.001.
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Figure S8. Transmission electron microscopy was performed on MG63 spheroids six days after
PTX@Kkerqg treatment with no light activation. White squares indicate necrotic and autophagic area
and red stares highlight apoptotic nuclei.
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