
Supplementary Figures
Figure S1- FACS sorting gating parameters for developing U251 Bax ECFP Bcl-xL YFP cells is shown in (a). Annexin V BFP analysis for cell death induction in different protein expressing cells, detailed data is shown in (b), with an analysis shown in (c).
Figure S2- Full uncropped immunoblots of protein expression validation from Figure 1 are shown in (a). Similarly, uncropped IP blots of interaction between proteins from Figure 2 are shown; (b) shows GFP Trap CO-IP immunoblot and (c) shows uncropped co-immunoprecipitation blot for (Figure 2G).
Figure S3- FACS sorting gate used for selection of CDT1 KO and miRFP 670 Geminin cells for stable expression shown in (a). uncropped COIP immunoblots from (Figure 4C) for comparison IP between G1 and NonG1 cells for interaction analysis between Bax ECFP and Bcl-xL YFP are shown in (b).

Supplementary videos
Supplementary video 1- Time-lapse video of stable expression of cell cycle progression probes CDT1 Kusabira orange and miRFP Geminin 670 with Bax ECFP and Bcl-xL YFP in the U251 MG cells (Figure 3I).
Supplementary video 2- Time-lapse video of drug-induced cell stress imaging with FRET FLIM shown in (Figure 5A).
Supplementary video 3- Time-lapse video of Bax activation imaging done through FRET FLIM in control and treatment cells (Figure 5C); the video shows the progression from the 12th h when Bax accumulation starts on the mitochondrial membrane.
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