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Figure 1 – Supplement 5. The effect of YAP5SA, YAPwt and YAPsh expression on cell size. (A) Average cell volume was measured in a population of YAP5SA and nGFP-expressing Flipin-TREX-293 cells maintained in Dox+ medium over several passages. Cells were seeded at ~ 50% confluence the night before the measurement in 10 ml medium, on 10 cm dishes. For the measurement cells were trypsinized and resuspended in Coulter measurement buffer. 5SA-expressing cells are ~ 25% larger than nGFP-expressing cells. (B) In low density cultures of FlipinTrex-293 cells, YAP5SA vs. nGFP expression leads to a higher fraction of cells in S and G2/M. Cell cycle analysis was done after cells were trypsinized and stained using Hoechst as a DNA dye and the SE-dye for protein. (C) Total protein content is higher in YAP5SA-expressing cells (5SA) vs nuclear GFP (nGFP) controls throughout the cell cycle. (D) We also used quantitative phase microscopy (QPM) to simultaneously determine average dry cell mass/cell and cell cycle phase in 3 different clones of Flipin-TREX-293 cells expressing YAP5SA vs nGFP. Cells were cultured on 10 cm dishes for 3 days in the presence of Dox before they were transferred to a Fibronectin-coated, glass-bottom 6-well plate at ~ 50,000 cells/well for the measurement. Each measurement is based on >4000 total of cells not in contact with other cells. Each cells was binned into its respective position in the cell cycle based on the Hoechst signal intensity. The figure depicts the mean  S.D. of the 3 clones. (E) Protein concentration in a population HEK293 cells constitutively expressing wild-type(wt) YAP was compared to nGFP-expressing controls. The histogram represents the distribution of protein concentration as estimated by SE-dye labelled cells cultured at high or low density. A day before the measurement cells were cultured in 10 ml medium on 10 cm dishes at ~10x10^6 cells/dish (high density) or 2.5x10^6 cells/dish (low density). For the measurement, cells were simultaneously trypsinized, fixed, permeabilized and stained with the SE-647 dye, then measured on an LSRII. wtYAP overexpression increases cell size in low density cultures. (F, G) A similar experiment as described in E was done on HEK293 cells in which YAP levels were reduced to ~ 80% by shRNA expression (YAPKD) vs. empty vector controls (Ctrl). YAPKDs are smaller than empty vector controls (Ctrl) in sparse and dense cultures. 
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