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Figure S1: Impact of hyper-osmotic stress on cell volume and actin expression. (A-C) Cell volume

measurement for MDA-MB-231 (A), A549 (B) and T24 (C) cells after 24 h of osmotic induction, in either

3D (blue plots) or 2D (green plots) conditions. D-F) Actin intensity measurement for MDA-MB-231 (D),

A549 (E) and T24 (F) cells after 24 h of osmotic induction in either 3D (blue plots) or 2D (green plots)

conditions. The median (whisker boxes) and 5" to 95" percentile (lines) are shown for each condition.

Legend box is shown once for each cell line.
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Figure S2: Immunofluorescence staining of AQP5 in A549 cells (A) and T24 cells (B) under different

osmotic conditions in either 3D (top) or 2D (bottom) environment. Cell nuclei are shown in blue and

AQP5 in red.
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Figure S3: Immunofluorescence staining of TRPV4 in A549 cells (A) and T24 cells (B) under different
osmotic conditions in either 3D (top) or 2D (bottom) environments. Cell nuclei are shown in blue and

TRPV4 in red.
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Figure S4: Immunofluorescence staining of TRPV4 using 60X magnification for the three metastatic
cell lines for better visualization and comparison of control versus severe osmotic condition (250 mM
mannitol — 608 mOsm/kg H20) in either 3D (A) or 2D (B) environments. Cell nuclei are shown in blue

and TRPV4 in red.



