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Figure S1.  In vitro cytotoxicity of TH dye and TH-HSA complex against human breast epithelial cell lines (HBL-100) after incubation for 48 h.
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Figure S2. Fluorescence microscopy images of HBL-100 cells ((a) Control (untreated cells), (b) TH dye (35 μM), (c) Control, (d) HSA-TH complex (25 μM) for 24 h). The fluorescent spectrum was detected at 360 nm/470 nm excitation/emission.










LDH assay
1. Methods
For LDH assay 50 μl/well supernatant, collected after exposing the cells MCF-7 and HBL-100 to dye and dye protein complex, were incubated with an equivalent volume of substrate solution. After incubating the plate for 30 minutes at RT, 50 μl/well stop solution was pipetted and data were acquired by spectrophotometry at 490 nm. Results are expressed as mean LDH release (expressed as experimental LDH release at 490 nm/maximum LDH release at 490 nm ± Standard Deviation (SD).

2. Results and discussion
LDH release has been considered as a very reliable marker of cell lysis due to membrane damage, indicating cytotoxicity. LDH leakage assay is based on the release of the enzyme into the culture medium after cell membrane damage. In vitro cytotoxicity (LDH) of TH dye and TH-HSA complex against MCF-7 human breast cancer cells are investigated and the results were shown in Figure S3. It could be noticed that significant release of LDH in the medium treated with MCF-7 cells. The increase in LDH release was started at 10 μM of TH-HSA complex and was found to be significantly high at increased concentrations. Further, this effect may exert due to the mitochondrial dysfunction upon treated with TH/TH-HSA complex. Interestingly, the TH-HSA complex shows higher level of cytotoxic effect on MCF-7 cells when compared to TH treated cancer cells. It further validates the experimental finding observed from MTT assay. LDH release was also examined on HBL-100 cells in the presence and absence of TH/TH-HSA complex and the corresponding results were shown in Figure S4. It was found that insignificant release of LDH upon the treatment confirms that the TH/TH-HSA complex are not toxic to the normal epithelial cells (HBL-100).
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Figure S3. In vitro cytotoxicity (LDH) of TH dye and TH-HSA complex against MCF-7 human breast cancer cells after incubation for 48 h.
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Figure S4. In vitro cytotoxicity (LDH) of TH dye and TH-HSA complex against HBL-100 human breast epithelial cells after incubation for 48 h.




image1.jpeg
% Auaan i1





image2.jpeg
i S S

o .z

=

¥

L b
o< % &
- = B 'y

<

ol

@ oc. e
- ¢ .Oe ¢

, >

’ .




image3.jpeg




image4.jpeg
mTHDye
B HSA-TH Complex

®

Concentration (M/ml)





