Supplemental Table 3. Summary of the cell culture conditions for each assay. 
	Cell Line
	Assay
	Gowth Support
	Coating
	Cells Density and Volume
	Incubation
Time

	HBMEC
	Live-cell imaging
	μ-Slide 8 well glass bottom (Ibidi, Martinsried, Germany)
	Rat-Tail Collagen Type-I Gel (1.5 mg/mL)
	5x104 cells/mL
(200 µL)
	3 days

	
	Transendothelial electrical resistance
	Transwell inserts
(0.4 µm pore, Corning Costar Corp., USA)
	Rat-Tail Collagen Type-I (100 µg/mL)
	1.6x105 cells/mL
(500 µL)
	4 days

	
	Paracellular permeability
	
	
	
	

	
	Immunocytochemistry
	24-well plate
with coverslip
	
	5x104 cells/mL
(500 µL)
	3 days

	
	Flow Cytometry
	24-well plate
without coverslip
	
	5x104 cells/mL
(500 µL)
	

	
	Wound-healing assay
	96-well plate
	
	8x104 cells/mL
(200 µL)
	2 days

	
	Transmigration assay
	Transwell inserts
(3 µm pore, Corning Costar Corp., USA)
	
	1.6x105 cells/mL
(500 µL)
	4 days

	
	Silencing
	24-well plate
without coverslip
	
	5x104 cells/mL
(500 µL)
	3 days

	
	Viability assay
	
	
	
	

	MDA231 MCF-7
	Immunofluorescence
	24-well plate
with coverslip
	
No
(*)

	1x105 cells/mL
(500 µL)
	1,3, 6 and 24 hours

	
	Transmigration assay
	Transwell inserts
(3 µm pore, Corning Costar Corp., USA)
	
	
	6 hours

	MDA231 Br4
	Live-Cell Imaging
	μ-Slide 8 well glass bottom (Ibidi, Martinsried, Germany
	No
 (* / **)
	1x105 cells/mL
(200 µL)
	24 hours

	
	Transendothelial electrical resistance
	Transwell inserts
(0.4 µm pore, Corning Costar Corp., USA)
	
	1x105 cells/mL
(500 µL)
	1, 3 and 6 hours

	
	Paracellular permeability
	
	
	
	

	
	Immunocytochemistry
	24-well plate
with coverslip
	
	
	0.5, 1, 3 and 6 hours

	
	Flow Cytometry
	24-well plate
without coverslip
	
	
	0.5, 1 and 3 hours

	
	Transmigration assay
	Transwell inserts
(3 µm pore, Corning Costar Corp., USA)
	
	
	3, 6 and 24 hours


* Seeding on top of endothelial monolayer; ** single cell cultures for flow cytometry were performed (without endothelium)
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