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Figure S1: The effect of ITCs (SFN, IBN, AITC, BITC, PEITC) on ROS levels in an in vitro model of 

malignant melanoma consisting of (A) human malignant melanoma (A375), (B) murine malignant 

melanoma (B16F-10), (C) human brain metastatic melanoma (VMM1), (D) human lymph node 

metastatic melanoma (Hs 294T), (E) human non-melanoma epidermoid carcinoma (A431) and (F) 

human immortalized keratinocyte (HaCaT) cell lines. Cells were seeded in a 100 mm dish and next day 

were exposed to 10 µM of each ITC for 24 and 48 hrs. Treated cells were incubated with the DHR-123 

fluorescent probe and ROS levels were analyzed by using a FACS Canto II flow cytometer (BD 

Biosciences, San Jose, CA, USA). All data were compared to the respective untreated (control) samples. 

Representative data from three independent experiments. 
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Figure S2: The effect of ITCs (SFN, IBN, AITC, BITC, PEITC) on GSH levels in an in vitro model of 

malignant melanoma consisting of (A) human malignant melanoma (A375), (B) murine malignant 

melanoma (B16F-10), (C) human brain metastatic melanoma (VMM1), (D) human lymph node 

metastatic melanoma (Hs 294T), (E) human non-melanoma epidermoid carcinoma (A431) and (F) 

human immortalized keratinocyte (HaCaT) cell lines.  Cells were seeded in a 100 mm dish and next day 

were exposed to 10 µM of each ITC for 24 and 48 hrs. Treated cells were incubated with the ThiolTracker 

fluorescent probe and the levels of GSH were analyzed by using a FACS Canto II flow cytometer (BD 

Biosciences, San Jose, CA, USA). All data were compared to the respective untreated (control) samples. 

Representative data from three independent experiments. 
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Figure S3: The effect of ITCs (SFN, IBN, AITC, BITC, PEITC) on cell cycle in an in vitro model of 

malignant melanoma consisting of (A) human malignant melanoma (A375), (B) murine malignant 

melanoma (B16F-10), (C) human brain metastatic melanoma (VMM1), (D) human lymph node 

metastatic melanoma (Hs 294T), (E) human non-melanoma epidermoid carcinoma (A431) and (F) 

human immortalized keratinocyte (HaCaT) cell lines. Cells were seeded in a 100 mm dish and next day 

were exposed to 10 µM of each ITC for 24 and 48 hrs. Pre-fixed cells were stained with FxCycle 

PI/RNase fluorescent probe and the DNA content was determined by using a FACS Canto II flow 

cytometer (BD Biosciences, San Jose, CA, USA). All data were compared to the respective untreated 

(control) samples. Representative data from three independent experiments. 
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Figure S4: The effect of ITCs (SFN, IBN, AITC, BITC, PEITC) to induce apoptosis and/or necrosis in an 

in vitro model of malignant melanoma consisting of (A) human malignant melanoma (A375), (B) 

murine malignant melanoma (B16F-10), (C) human brain metastatic melanoma (VMM1), (D) human 

lymph node metastatic melanoma (Hs 294T), (E) human non-melanoma epidermoid carcinoma (A431) 

and (F) human immortalized keratinocyte (HaCaT) cell lines. Cells were seeded in a 100 mm dish and 

next day were exposed to 10 µM of each ITC for 24 and 48 hrs. Apoptotic and necrotic cell death was 

measured by the use of CellEvent Caspase 3/7 Green detection reagent and DAPI respectively. All 

determinations were made by using a FACS Canto II flow cytometer (BD Biosciences, San Jose, CA, 

USA). All data were compared to the respective untreated (control) samples. Representative data from 

three independent experiments. 
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