Supplementary figure legends
	Antibody
	Source
	Clone
	Dilution

	CD45-Brilliant Violet 605
	BioLegend
	30-F11
	1:200

	CD3-eFluor 450
	eBioscience
	eBio500A2
	1:100

	CD19-PE
	eBioscience
	eBio1D3
	1:400

	CD11b-PE Dazzle 594
	BioLegend 
	M1/70
	1:100

	Ly6-G-APC-eFluor 780
	Invitrogen
	RB6-8C5
	1:100

	Ly6-C-Brilliant Violet 510
	BioLegend
	HK1.4
	1:100

	Rab7-unconjugated
	Cell Signaling Technology
	D95F2
	1:200

	Rabbit IgG-Alexa fluor 647
	Invitrogen
	Polyclonal, cat #: A-31573
	1:100

	CD63-FITC
	Biolegend
	NVG-2
	1:100

	CD81-FITC
	Invitrogen
	Eat2
	1:100

	CD3e-unconjugated
	Invitrogen
	145-2C11
	1:1000

	CD28-unconjugated
	Invitrogen
	37.51
	1:1000


Additional file 1: Table S1. List of antibodies used in this study.

 Additional file 2 Fig. S1. Diffusion of BMEC EVs across a bare transwell filter. Conditioned media was taken separately from the apical and basolateral conditioned media from BMEC grown and labeled as described in Fig.1 and applied to the respective compartments of a separate dual-chamber insert left devoid of cells before overnight incubation and isolation for analysis by flow cytometry. (a) Distribution of CellBrite Cytoplasmic Orange/555+ EVs. (b) Distribution of CellBrite Cytoplasmic Green/488+ EVs. Bar graphs depict the mean ±SEM. All significance values were determined using paired, two-tailed t tests. ***p <0.001; ns=p>0.05.

Additional file 3: Fig. S2. Differential centrifugation pellets distinct BMEC EV populations. Conditioned media was taken from BMEC cultures and sequentially spun at 8,000 x g to pellet cellular debris, 15,000 x g to pellet large EVs, 60,000 x g to pellet intermediate sized EVs and 100,000 x g to pellet small EVs. To observe differences between centrifugation conditions the large and small EV pellets were resuspended in 1mL and analyzed via nanoparticle tracking analysis.

Additional file 4: Fig. S3. Representative flow plots of BMEC EV signal on splenocytes. After 16 hours of coculture with dual-labeled BMEC, leukocytes were separated from (a) conditioned media in the apical chamber, representing those which have not yet undergone transmigration, and (b) conditioned media in the basolateral chamber, representing those which have undergone transmigration. Cells from both groups were then immunophenotyped and analyzed for the presence of apically (CellBrite Fix 640+) and basolaterally (CellBrite  Fix 488+) released BMEC EVs. Gates were created based on unstained controls.

Additional file 5: Fig. S4. Gating strategy for immunophenotyping of splenocytes. Following overnight incubation with BMEC or BMEC conditioned media, splenocytes were stained and prepared for flow cytometry. Briefly, live leukocytes were gated upon by their side scatter properties and exclusion of the amine reactive dye Live-or-Dye 330/410, then highly autofluorescent cells were excluded to avoid a false CellBrite Fix 488 signal. Subsequently, CD45+ cells were divided into high (containing neutrophils and monocytes) and low (containing T cells and B cells) SSC-A populations and gated based on the presence of immunophenotyping markers compared to unstained controls.

Additional file 6: Fig. S5. Chemokine exposure does not alter BMEC EV release. BMECs were cultured and labeled on dual chamber inserts as described in Fig. 1 with or without the addition of a chemokine cocktail containing CCL2, CCL5, CXCL1 and CXCL13 in the basolateral chamber after labeling. EVs were harvested from conditioned media the next day for analysis by flow cytometry. (a) % polarity of EVs positive for each membrane dye in their respective chambers was calculated. (b) Total number of EVs of each color are reported in their respective chambers. Bar graphs depict the mean ±SEM. All significance values were determined using a two-tailed Student’s t test. ns=p>0.05.

Additional file 7: Fig. S6. Viability determination and quantification of EV release from GW4869 treated cells. (a) Viability of BMEC after treatment with a range of GW4869 concentrations or a vehicle control as determined by MTS assay. Data are reported as O.D values minus blank. Significance values were determined by ordinary one-way ANOVA followed by Tukey’s multiple comparisons test. (b) Viability of leukocytes after treatment with 5 µM GW4869 or a vehicle control as determined by MTS assay. Data are reported as O.D. values minus blank. Significance values were determined using a two-tailed Student’s t test. (c) Quantification of total EVs isolated from BMEC by nanoparticle tracking analysis after treatment with 5 µM GW4869 or a vehicle control. Significance values were determined using a two-tailed Student’s t test. (d) Quantification of tetraspanin+ CellBrite Cytoplasmic Orange/555+ EVs isolated from BMEC by flow cytometry after treatment with 5 µM GW4869 or a vehicle control. Significance values were determined using a two-tailed Student’s t test. Bar graphs depict the mean ±SEM.  **p <0.01.

Additional file 8: Supplementary Video 1. Leukocytes undergoing TEM can be imaged under phase contrast. Time-lapse video of leukocytes undergoing TEM on the µSIM platform after chemokine addition. Leukocytes can be seen going phase dark after migrating under BMEC.

Additional file 9: Supplementary Video 2. Leukocytes undergoing TEM can be imaged by fluorescence. Time-lapse video of leukocytes undergoing TEM on the µSIM platform after chemokine addition. Leukocyte (red) can be seen disappearing from the focal plane as it migrates beneath BMEC (green). Additionally, red puncta – originating from leukocyte membrane and of similar size to EVs – can be seen on or within the BMEC to which the migrating leukocyte is adherent. 

Additional file 10: Supplementary Video 3. Live-time imaging of leukocyte acquiring BMEC EVs while adhered to the apical surface. Time-lapse video of leukocyte acquiring BMEC EVs as shown in Fig6b-e. To highlight areas of overlapping COE-BY and CellBrite Fix 640 signal, a colocalization channel was created and shown in white.

