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Supplemental Method 

Mouse primary LECs isolation 

Mouse primary LECs were isolated from E14.5 embryonic skin. Tissue digestion was 

performed as described previously (Stanczuk et al, 2015). Briefly, embryonic skin was 

cut into smaller pieces for digestion using a mixture of 5 mg/ml Collagenase IV (Life 

Technologies) and 0.2 mg/ml DNase (Roche) in PBS with 5% fetal bovine serum (FBS) 

at 37°C under constant rotation for 45min. Digests were quenched by adding 2 mM 

EDTA and filtered through a 70-μm nylon filter (BD Biosciences). LECs were purified by 

using a MiniMACS separator and Starting Kit (Miltenyi Biotec). Briefly, digested cell 

solutions were centrifuged and resuspended in PBS with 0.5%BSA and 2 mM EDTA at 

approx 108 cells/ml. Macrophages and leukocytes were removed by adding rat anti-F480 

and CD45 (BD Biosciences) antibodies and Goat anti-Rat IgG microbeads and purified 

on MACS MS column according to manufacturers’ instructions. Flow through was 

collected and incubated with microbeads conjugated goat anti-Lyve1 antibodies. Lyve1 

positive LECs were purified on MACS MS columns and eluted according to the 

manufacturers protocol.  

Supplemental Reference 
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Endothelium-Derived Cells Contribute to Mesenteric Lymphatic Vessels. Cell Rep. 
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