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Figure S1
Cell permeability and VE-cadherin expression of cells under 5% stretch:
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Figure S1. SGLT-2i’s do not influence the barrier function of HCACEs exposed to 5%
stretch. Cells were starved for 18 h by serum reduction before a 2 h pre-incubation
with either vehicle (0.06% DMSO) or one SGLT-2i’s (1 uM EMPA, 1 uM DAPA and 3



uM CANA), followed by exposure to 5% stretch. Cell permeability and VE-cadherin
expression were measured after 24 h. Cell permeability was measured by live cell
imaging, and 6 images were taken from each condition in each individual experiments
(a, n=5). VE-cadherin levels were quantified with western blot (b, n=4). Representative
images and bands are shown in the lower panels and data are presented as mean+SD.



Figure S2

Cell death measurement

Pyocyanin is a bacterial product from Pseudomonas aeruginosa that induces ROS
production and apoptosis of cells (Manago et al., 2013). HCAECs were seeded on 6-
well plates at a density of 20000 cells/cm?, and 50 uM pyocyanin was applied for 24 h
to induce cell death as positive control. Two wells of the supernatant from cell cultures
were combined and centrifuged at 4°C, 10 minutes at 150 g, and stored in -20°C for

further analyses.
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Figure S2. 10% stretch does not increase LDH activity of HCAECs. Cells were pre-
incubated for 2 h with vehicle or one of the SGLT-2i’s (1 uM EMPA, 1 uM DAPA and
3 uM CANA), and were subsequently exposed to 5% stretch plus vehicle, 10% stretch
with vehicle or SGLT-2i’s for 24 h. Cells treated with 50 pM pyocyanin for 24 h were
used as positive control. LDH activity was measured photospectrometrically (n=6),

and data are presented as mean+SD. **P<0.001 vs. 5% stretch.



Figure S3
Cell permeability measurement with pyocyanin

ROS was induced using pyocyanin following our previous protocol (Uthman et
al., 2019). Briefly, cells were seeded on 12-well plates with a density of 10000 cells/cm?
and incubated with 200 pM pyocyanin for 30 min. Cell permeability assays and
staining were performed after 6 h.
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Figure S3. 200 uM pyocaynin impairs endothelium barrier functions of HCAECs. Cells
were treated with 200 uM pyocyanin for 30 min. Remaining pyocyanin was removed
by PBS washing and cells were incubated for 6h with fresh medium. Cell permeability
was visualized with live cell imaging (a, n=5). VE-cadherin expression and F-actin
arrangement were visualized with immunofluorescence staining (b, n=3).
Representative images are shown.
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