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Supplementary Figure 1 

Blockade of TRPC3 did not decrease migration in MCF-7 and SK-BR3.

(A-B) Representative images showing the wound gap of MCF-7 and SK-BR3 at 0h and 24h after wound scratch in the wound healing assay under treatments with different concentrations of Pyr3, the pharmacological blocker of TRPC3. Scale bar: 500 μm. 

(C) Summarized data on the cell migration rates 24h after wound scratch. Cell migration rates in the 3μM and 10μM Pyr3 treated groups were similar to the solvent control group. Values are mean ± SEM (n = 3). n.s.: not significant.
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Supplementary Figure 2

Cell migration rates were similar in MDA-MB-231 and MDA-MB-231-shCtrl cells.

(A-B) Representative images showing the wound gap at 0h and 24h after wound scratch in the wound healing assay in MDA-MB-231 and MDA-MB-231-shCtrl cells. Scale bar: 500 μm. 

(C) Summarized data on the cell migration rates 24h after wound scratch. Values are mean ± SEM (n = 3). n.s.: not significant.
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Supplementary Figure 3

The basal Ca2+ level was significantly lower in the MDA-MB-231-shTRPC3 group when compared to the MDA-MB-231-shCtrl group.

Baseline fluorescence value (F0) of both groups was normalized to the F0 of MDA-MB-231-shCtrl. MDA-MB-231-shTRPC3 cells were found to have a significantly lower level of basal Ca2+ . * P < 0.05.
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Supplementary Figure 4

[bookmark: _GoBack]Actin-binding vinculins distribution in BT-549 under Pyr3 treatment.
(A) Distribution pattern of actin-binding vinculins in BT-549. Cells were treated with 0μM, 3μM and 10μM Pyr3 for 24h before fixation. Fixed cells were stained with anti-vinculin (green) and phalloidin (to indicate actin; red). Scale bar: 20 μm. 

(B) Summarized data on the percentage of counts with actin-binding vinculin for those in the cytosol (grey bar) and in the cell periphery (black bar) to the total counts per cell. Blockade of TRPC3 increased the percentage of peripheral FAs in BT-549 cells. 

(C) Summarized data on the (left) area and (right) length of co-localized vinculin and actin. Both the area and the length of peripheral actin-binding vinculin (FAs) of the 10μM Pyr3-treated BT-549 were larger than the control cells. In addition, the area and the length of peripheral FAs were larger than those of cytosolic actin-binding vinculin in 3μM and 10μM Pyr3 treated cells while such was not observed in the solvent control group. The area and length of FAs were measured using the NIH Image J software. Values are mean ± SEM (n = 3). * P < 0.05 (among different experimental groups); # P < 0.05; ## P < 0.01; ### P < 0.001 (among peripheral and cytosolic data).
image5.png
<

Oh
24




image6.jpeg
Cell migration rate of MDA-MB-231 vs MDA-MB-231-shCtrl (24h)

100
80
60
40

20

Cell migration rate (%)




image7.png
*; %- )

1 T _
N © L8
- P !

0.0

130Ys 03}
pazijewiou cu— suieseg




image8.png
Vinculin o Vinculin + Actin o Vinculin Vinculin+ Actin

OuM Pyr3

10uM Pyr3





image9.png
Percentage of actin-binding vinculins on BT549

ok

ns.
e
100
Cytosolic
o_ 80 Em Peripheral
53
£2 60
2E
&=
3 40
< E
S
o
> & &
& q‘\‘ qﬂ‘
o




image10.png
Peripheral vs cytosolic Actin-binding Vinculin Area Peripheral vs cytosolic Actin-binding Vinculin Length

n.s. n.s. ] ns. ns 1
| e | e— | [ | —
. 5 W Peripheral c 5 # W Peripheral
- 3 4 Cytosolic 5 3 4 # Cytosolic
° £ P = § #
> —_—
Ep ° S 3
23 n.s. £35
E £ 294 BE 2
=9 52
£ 1 £ 1
il
< <





image1.png
Oh
24h




image2.png
<
<
N

Oh




image3.png
Cell migration rate of SK-BR3 under Pyr3 treatment (24h)

Cell migration rate of MCF7 under Pyr3 treatment (24h)

40

o
®

20
10:

(%) @31 uogesBiw |99

(%) 83es uonesBiw |29




image4.png
Oh

24h





