Figure S1: Imaging Flow Cytometry analysis for Annexin V staining.


[image: ]










[image: ][image: ]

















Figure S1: Imaging Flow Cytometry analysis for Annexin V staining.
Conditioned medium from HepG2 sh-con/sh-p53 cells was collected after 24 hours during which cells were treated with 10μM Nutlin-3a for 18 hours followed by maintenance in fresh medium for additional 6 hours (Nutlin). As control, cells were grown in normal medium and were left non-treated (NT). For SHBG depletion, immunoprecipitation was performed with specific antibody. MCF7 cells were treated with the conditioned media from HepG2 sh-con/sh-p53 cells that were collected either before or after the immunoprecipitation (IP) assay of SHBG, and followed by the addition of 17β-Estradiol. Annexin V positive staining was determined by Imaging Flow Cytometry.
(A-B) Cells were gated for Hoechst positive cells (at least 10,000 cells in each population). Annexin V positive cells were gated using the intensity (sum of the background subtracted pixel values) and the Max Pixel (the largest value of the background-subtracted pixels) features. In addition, only cells with membrane staining were further gated using the Max Contour Position.
[bookmark: _GoBack](C-D) Representative images of single cells either positive or negative for Annexin V.
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A. MCF7 cells treated with HepG2 conditioned medium before SHBG IP
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B. MCF7cells treated with HepG2 conditioned medium after SHBG IP
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D. Annexin V negative cells
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C. Annexin V positive cells
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