Supplementary Materials

Supplementary Fig. 1
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Supplementary Fig. 1 Enlargement of cell and nucleus by etoposide treatment in DLD-1 cells. a Phase contrast microscopy images of DLD-1 cells (bar = 40 μm) treated with etoposide (0 or 10 μM) for 24 and 48 h. Pictures are representatives from three independent experiments. b Cell cycle distribution evaluated using flow cytometric DNA content analysis. DLD-1 cells were treated with etoposide (10 μM) for 48 h. Graph is representative from three independent experiments. c Flow cytometric analysis of PI fluorescence width (FL2-W) for analyzing DLD-1 cell nuclear size. Overlay histograms schematized using vehicle control (dark) and etoposide-treated (10 μM, 48 h) (gray) cell data. Graph is a representative from three independent experiments.
Supplementary Fig. 2
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Supplementary Fig. 2 Flow cytometry of PI fluorescence pulse width for nuclear size analysis. HCT116 cells were treated with 0.1% DMSO for 24 h, harvested, fixed in 70% ethanol, and stained with PI. a FL2-A vs. FL2-W dot plot was used to separate singlet region (R1, G0/G1 to S phase cells; R3, S to G2+M phase cells; R4, overall region, R1 + R2 + R3) and aggregate region (R2). b Histogram plots of FSC-H, SSC-H, FL2-A, and FL2-W. Overlay histograms schematized using the R1 gated (green line), R2 gated (blue line), R3 gated (red line), and R4 gated (filled with gray) cell data.
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Supplementary Fig. 3 Difference of FL2-W distributions between vehicle control and etoposide-treated cells. For a more accurate comparison, the histogram of vehicle control was schematized after excluding doublet regions. a Overlay histograms of FL2-W were schematized using vehicle control (red, only singlet cells in G2/M phase; dark, aggregated cells) and etoposide-treated (10 μM, 48 h) (blue) cell data. Mean values of FL2-W are represented in each plot. b Kolmogorov-Smirnov statistics were again applied to evaluate different distributions of FL2-W between vehicle control (red, only singlet cells in G2M phase) and etoposide-treated (blue) cells. D/s(n), index of similarity for the two curves. If D/s(n) = 0, the curves are identical. D, greatest difference between two curves. Channel, channel number of D. Each value was calculated using the Kolmogorov-Smirnov statistics tool of CellQuest Pro software.
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