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Supplementary Fig. 1. Silencing of MMP14 expression in HUVECs decreases cell migration and 

soluble endoglin release during wound healing. HUVECs were nucleofected with a mix of three 

different siRNA-MMP14 [NM_004995, Sigma] (siRNA-MT1) or Scrambled siRNA [Universal 

negative control SIC001, Sigma] (Sc), the nucleofection efficiency being ~40%. After nucleofection, 

the levels of MMP14 transcripts were measured by quantitative RT-PCR (a). Monolayers of 

nucleofected HUVECs were wounded in vitro, leaving approximately 40% intact of total monolayer. 

Photographs (5X) were taken at different times after wounding (b) and the percentage of wound 

closure (c,d) and the levels of soluble endoglin (e,f) were measured at 6h and 8h. Suppression of 

MMP14 significantly decreases the migration phenotype and the release of soluble endoglin 

(***p<0.001 respect to scrambled siRNA condition). 

Supplementary Fig. 2. Effect of KLF6 suppression on MMP14 and endoglin colocalization. 

KLF6 suppression was carried out by nucleofection in HUVECs with siRNA specific for KLF6 

(siKLF6), using scrambled siRNA as a control. After forty eight hours, HUVEC monolayers were 

wounded in vitro and the presence of MMP14 and endoglin was detected by immunofluorescence at 

the indicated time points. Cells were incubated with a mouse antibody anti-endoglin (P4A4) or a rabbit 

antibody anti-MMP14, followed by a secondary anti-mouse IgG coupled to Alexa 488 (green staining) 

or a secondary anti-rabbit IgG coupled to Alexa 647 (red staining). (a) Single stainings and merge 

images plus DAPI (nuclear staining in blue) are shown at the indicated magnification (63x). 

Colocalization of MMP14 and endoglin is visualized by the yellow color. (b-d) Quantification studies. 

(b) Representative merge images showing the colocalization of MMP14 and endoglin with white dots 

(first row) and the corresponding cytofluorograms (second row). (c) Quantification of MMP14 and 

endoglin colocalization (percentage) obtained from the cytofluorograms. (d) Quantification of 

endoglin and MMP14 expression relative to nuclei staining with DAPI. This is a representative 

experiment of 3 different ones. 

Supplementary Fig. 3. Coimmunoprecipitation of endoglin and MMP14. HUVECs were wounded 

in vitro and lysed at times 0h and 6h. When necessary, HUVECs were nucleofected 48 hours before 

wounding. HUVEC were lysed with lysis solution (1% NP40, 150 mM NaCl, 50 mM Tris, 0.5 mM 

NaF, 1 mM PMSF and protease and phosphatase inhibitors). Total cell lysates were subjected to 

immunoprecipitation (IP) with anti-MMP14 monoclonal antibody (1:80 dilution, #ab51074, Abcam) 

coupled to Protein G magnetic beads (Millipore). Immunoprecipitates were separated by SDS-PAGE 

on 8% acrylamide gels under reducing conditions and electrotransferred to a nitrocellulose membrane. 

Western Blot (WB) analysis was carried out using the P4A4 mouse monoclonal antibody to endoglin 

and a secondary antibody conjugated to Horse Radish Peroxidase (HRP). The membranes were 

developed with Supersignal west Pico-chemiluminescent substrate (Pierce) to enhance HRP 

luminescence, following the manufacturer´s instructions. Quantification of the bands intensity was 

measured by Quantity one software (Bio-Rad, Chicago, IL). A negative control (NC) with an IgG 

matched antibody (instead of anti-MMP14) is included. The molecular weight markers (M) are in the 

last lane on the right. Representative blots are shown on the left, whereas the normalized intensity of 

the endoglin bands is shown in the right histograms. (a) HUVECs were nucleofected with the KLF6 

expression vector pciNeoKLF6 or the corresponding empty vector, as indicated. (b) HUVECs were 

nucleofected with the siRNA specific for KLF6 (siKLF6) or an scrambled siRNA (siScrambled), as 

indicated. 

Supplementary Fig. 4. Negative control for immunohistochemical staining of MMP14 in mouse 

femoral arteries. Tissue samples were processed for immunochemistry as in Fig. 5a, but in the 

absence of primary antibody. Pictures were taken at ×50 magnification. 
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