Supplementary Text 10. Detailed procedures of assessment of ROS levels
Cells were incubated with medium containing 5 µM CellRox Deep Red (Cat. No. C10422, Thermo Fisher Scientific Inc.,) at 37 °C for 3 hours. Next, cells were treated with ISO and/or erastin for 1 hour and collected using a cell detachment agent. After fixation with PBS containing 4% paraformaldehyde, the fluorescence intensity of the cells was measured using a flow cytometer (FACS Melody, BD, NJ, USA) and analyzed using FlowJo software version 10.8.1. The rate of increase in intracellular ROS was calculated using the following formula: Increase % ROS = 100 × [(fluorescence intensity after treatment with reagent) − (fluorescence intensity of no-treated cells)]/(fluorescence intensity of no-treated cells).
