Supplemental Table 2. Equipment, analytical methods and software used for data acquisition and analysis.

	Methodology
	Equipment
	Analysis
	Software

	Live-cell Imaging
	Leica TCS SP8 confocal microscope running LAS X 3.5.2.18963 (Leica Microsystems, Wetzlar, Germany), 20×/0.75 dry objective and 488 or 522 nm excitation at airy 1 (456×456 µm, 1024×1024-pixel images, 32 slices with 1.3 µm spacing). Two different positions per well were acquired.

	Tumor cells morphology
Cells roundness and perimeter measurement (4 cells/image), using the polygon tool
	ImageJ version 1.53f, RRID: SCR_003070

	
	
	Position relatively to the endothelium
Construction of 3D and orthogonal representations (all cells/image)
Criteria: above the endothelium level (out), partially or fully intercalated within the endothelial monolayer (stage 1 or stage 2, respectively) and below the endothelium (transmigrated)
	

	
	
	In-plane distance migrated
Mass center coordinates measurement, using the polygon tool, and distance calculated by Pythagorean theorem (all cells/image)
	

	
	
	Endothelial monolayer integrity
Measurement of HBMEC monolayer covered area in single and mixed culture, using the polygon tool
	

	Transmigration
	Olympus BX60 microscope equipped with Olympus U-RFL-T Mercury lamp and Hamamatsu Orca R2 cooled monochromatic CCD camera, using a 10×/0.4 objective. 15 fields/condition were acquired.
	Transmigrated cells
Count the number of cells, using the CellCounter tool (all cells/field)
	ImageJ version 1.53f, RRID: SCR_003070

	Transendothelial Eletrical Resistance
(TEER)
	EndOhm™ chamber and resistance meter (EVOMX; World Precision Instruments, Inc, USA
	Normalized TEER values
TEER was calculated after deducting the values of empty insert and multiplying by the insert area (1.12 cm2), being expressed as percentage variation from control readings. 

	n/a

	Paracellular Permeability to Sodium Fluorescein (NaF)
	Varioskan LUX Multimode Microplate Reader (Thermo Fisher Scientific)
	NaF levels
Fluorescence measurements at excitation/emission: 460/515 nm, and the transendothelial permeability coefficient was calculated, as described 28
	n/a

	Flow Cytometry
	Cytek® Aurora (Aurora spectral cytometer, Cytekä Biosciences, USA), using SpectroFlow software. At least 25000 (endothelial and mixed culture) or 5000 (tumoral cultures) events were recorded. 
	Data cleaning
Homogeneous time and singlet populations isolation
Mean Fluorescence Intensity (MFI)
Measurement of each adhesion marker mean intensity using the polygon tool in each cell population
	FCS express version 7.10.0007, RRID: SCR_016431

	Immunocytochemistry
	Olympus BX60 microscope equipped with Olympus U-RFL-T Mercury lamp and Hamamatsu Orca R2 cooled monochromatic CCD camera, using a 10×/0.4 objective. 15 fields/condition were acquired.
10 fields/condition were acquired.
	Mean Fluorescence Intensity
Cell body fluorescence was measured using Polygon tool (5 cells/field)
	Icy version 1.8.6.0, RRID: SCR_010587

	
	
	Nuclei Strong Fluorescence Intensity
Threshold of intensity application
Criteria: strong when all the nuclei are homogeneously stained; moderate, when partially stained and negative, when is without staining
	ImageJ version 1.53f, RRID: SCR_003070

	
	
	Actin organization and presence of cortactin puncti on tumor cells protrusions
A line was drawn along a representative cell cytoplasm or protrusion, and the plot profile tool of protein fluorescence intensity was obtained. 
	

	
	
	Endothelial cell body and nuclei morphology
Cell body: A line was drawn in the length and width of cellular body and the ratio of length/width was calculated,
Nuclei: each nucleus was delineated using Polygon tool and their solidity was measured. 

	

	
	
	Tumor cells adhesion to endothelium 
Number of cells were counted, using the CellCounter tool (all cells/field)
	

	Wound-healing Assay
	Nikon ECLIPSE TS100, Jenoptik, using the 10× objective. 3 fields/condition were acquired.
	Wound closure
The distance between the ends of the wound was measured at 3 different sites (top, center and bottom), and the percentage of wound closure was determined using equation: 

	ImageJ version 1.53f, RRID: SCR_003070

	Cell Viability
	Varioskan LUX Multimode Microplate Reader (Thermo Fisher Scientific)
	Absorbances at 570 (reduced form) and 600 nm (oxidized form) were measured and the percentage of viability was calculated:

	n/a

	RT-qPCR
	QuantStudio™ 7 Flex Real-Time PCR System (Applied Biosystems, Thermo Fisher Scientific)
	
Reactions Settings
1 cycle 95°C for 2-3 min, 40 cycles 95°C for 5 sec, 60-65°C for 20-30 sec, followed by a dissociation/melting curve analysis.

The quantifications were performed by the ∆∆Ct method and results were presented by normalization to GAPDH followed by fold-change to untreated cells.
	Applied Biosystems QuantStudio 12K Flex Real-Time PCR System, RRID: SCR_021098


n/a, non-applicable 
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