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No predetermination of sample size was conducted by statistical method.

No data were excluded.

All data were from at least three independent experiments, and presented as means ± s.e.m.

In each experimental group, mice/samples were randomly distributed.

Investigators were blind to PWV analysis after measurements.

Primary antibodies: anti-!-actinin2 (#14221-1-AP, Proteintech), anti-Piezo1, (#15939-1-AP, Proteintech), anti-alpha-actin (sc-130656,
Santa Cruz Biotechnology), anti-alpha-smooth muscle actin (#48938S, Cell Signaling). Alexa Fluor 488 and 647 conjugated anti-IgG
antibodies (Invitrogen) were used for fluorescent signal detection in immunofluorescence staining. Alexa Fluor 555 conjugated to
phalloidin (Invitrogen) and 4',6-diamidino-2-phenylindole (DAPI; Invitrogen) were used for visualization of actin microfilaments and
nucleus respectively. HRP conjugated secondary antibodies, goat anti-rabbit (7074P2, Cell Signaling) or goat anti-mouse (A9917,
Sigma Aldrich) were used in Western blotting study.

Validation of the primary anti-Piezo1 antibody were performed to confirm the specificity. All primary antibodies have been
referenced in previous publications per manufacture's website.

Human aorta vascular smooth muscle cell (Lonza).

The human aorta vascular smooth muscle cell were stained positive for alpha smooth muscle actin and negative for von.
Willebrand Factor VIII

All cells test negative for mycoplasma.

None of the cells used is in ICLAC.




