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in cell-attached mode at -80 mV 3 days post-transfection. Channel activity was elicited by pulses
of negative pressure (bottom trace) applied through the patch pipette to stretch the membrane of
HEK cells overexpressing EGFP (top trace) or Piezol (middle trace). (B) corresponding peak cur-
rents for all pipette pressures tested (from 0 to -60 mmHg) with EGFP or Piezol. (C) whole cell
lysates of HEK cells and HAF were prepared 3 days post-transfection of EGFP, Piezol, non-target-
ing siRNA (siNT) or Piezol-targeting siRNA (siPiezol), separated by polyacrylamide gel electro-
phoresis, and immunoblotted for Piezol and glyceraldehyde-3-phosphate dehydrogenase
(GAPDH). Red arrow heads indicate the expected position of monomeric Piezol slightly above
250 kDa. (D) Comparison of cell stiffness from all control groups that were either not treated at all,
or treated with the solvents of the compounds used in this study (Table 1). DMSO was used at
0.1% (v/v) and Na-azide at 0.09% (v/v). n/N = number of cells/ number of experiments.
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Figure S2. Calpain-inhibition leads to changes in cell morphology and detachment in HEK cells.
(A) representative images of cells treated with DMSO or 10 uM ALLN or for 48 h. (B) quantifica-
tion of cell detachment in response to treatment with DMSO or 10 uM ALLN. n/N = number of
images/ number of experiments.



Cells 2021, 10, 663 3 0of 3
A p=0.043 p=0.999 p>0.999
p<0.001 p=0.001 p=0.004 p>0.999
— 404 o
— ¢ & :
291 ¢ 3 H = 61 ¢ .
< * & 30{ £ .
é‘ ° g . ° = ¢ ° . ;
‘» & < & . [} 4 o i b4
c 40 ; A 2 ° $ 8 44 -
£ . $ 20 c °
£ ; o o *
£ © o
° @ ©
‘s 201 o ° = i
s 2 10- : s 2 &
£ = o
= L
0- & 9 0
76/3 74/3 49/3 49/3 7613 7413 49/3 49/3 76/3 7473 49/3 49/3
BDEGFP MBPiezo1l [sINT OsiPiezo1
B p=0.012 - p=0.008 p=0.085
p<0.001 p>0.999 T/ = p=0.067 p=0.006 p=0.042 p=0.037
T 31 154 0.4 .
=9
(7] i : °
§ : o 3 14 ,io - : . . .
2 2 b S - 2 0.2 s .
1.3
2 o %) S22, g = -
: 5 o2
= S 1.2 L2 = 3
2 S
= g’ ° 3
2 11 < 114 £ 0.0 s i
= - (&} v ¢ . ¢
o LA ; °
S 1.0
= 1
I N\ i
< 0 76/3 7413 49/3 49/3 0.0 49/3 4913 -0.2 76/3 74/3 49/3 49/3
—— . %

Figure S3. Piezol-dependent alterations of the stiffness of HAF are the result of differential organ-
ization of the actin cytoskeleton. (A) average phalloidin intensity, phalloidin-positive area per cell

area, and cell area. (B) apparent thickness, angular standard deviation (SD) and circular kurtosis of
actin bundles. n/N = number of cells/ number of experiments.



