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Supplementary Fig. S1. Characterization of breast cancer cells. Lysates from MCF-7 and BT-474 (non-TNBC),
MDA-MB-231 and BT-549 (Mesenchymal-like TNBC subtype), BT-20 (Unclassified TNBC subtype) and MDA-
MB-468 (Basal-like TNBC subtype) breast cancer cell lines were immunoblotted with anti-E-cadherin, anti-
vimentin, anti-PDGFRP and anti-EGFR antibodies, as indicated. o-tubulin was used as an internal control. TNBC

subtypes are according to Lehmann B. D. et al.?
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Supplementary Fig. S2. Mesenchymal-like TNBC cells form VM channels on Matrigel. Representative phase-
contrast images of MDA-MB-231 cells and BT-549 cells grown in 2D and on Matrigel monolayer for the indicated

times. Magnification 20%, scale bar = 100 pm.
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Supplementary Fig. S3. CL4 dosage inhibiting VM does not affect cell viability. MDA-MB-231 (left) and BT-549

(right) cells were mock-treated or treated up to 72 hours with 200 nmol/l CL4 or CL4Sc. Cell viability was analyzed

and expressed as percent of viable treated cells with respect to mock-treated cells. The aptamers treatment was

renewed each 24 hours. Each determination represents the average of three independent experiments and error bars

represent SD.
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Supplementary Fig. S4. EGFR-integrin avp3 co-localization on BT-549 cell membrane. Representative
immunofluorescence microscopy images of not permeabilized BT-549 cells grown on Matrigel monolayer in the
absence or in the presence of 200 nmol/l CL4 for 24 hours and labelled with anti-avp3 LM609 (red) and anti-EGFR
(green) antibodies. Co-localization results appear yellow in the merged images. Arrowheads indicate some co-

localization points between EGFR and integrin av33. Magnification 63x.
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Supplementary Fig. SS. Integrin avf3 interacts with EGFR in BT-549 cells. Lysates were prepared from BT-549
cells harvested from Matrigel and total lysates or lysates immunoprecipitated with anti-integrin avp3 LM609 antibody
were immunoblotted with anti-EGFR, anti-integrin av and anti-integrin B3 antibodies, as indicated. Molecular weights

of indicated proteins are reported. Representative data are shown from one of three independent experiments.
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Supplementary Fig. S6. EGFR interacts with integrin avp3 in MDA-MB-231 cells. Lysates were prepared from
cells harvested from Matrigel and total lysates or lysates immunoprecipitated with anti-EGFR antibody were
immunoblotted with the indicated antibodies as reported in the legend to Fig. 3b. Representative data are shown from

one of three independent experiments.
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Supplementary Fig. S7. Cetuximab inhibits ligand-induced EGFR phosphorylation in TNBC cells. MDA-MB-
231 and BT-549 cells were serum-starved for 18 hours and then left untreated or stimulated with 20 ng/ml EGF in
the absence or in the presence of 50 pg/ml cetuximab for 15 minutes. Cell lysates were immunoblotted with anti-
pEGFR antibody. Equal loading was confirmed by immunoblot with anti-a-tubulin antibody. Values below the blot
indicate pEGFR signal level, normalized to the respective anti-a-tubulin signal level, and reported as relative to EGF

stimulated cells, arbitrarily set to 1 (labeled with asterisk).
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Supplementary Fig. S8. CL4 inhibits growth of TNBC cells in both 2D and 3D culture conditions. (a)
Representative phase-contrast images of MDA-MB-231 cells grown in Matrigel in the absence or in the presence of
200 nmol/l CL4, CL4Sc or 10 pmol/l erlotinib for 7 days. At least three independent experiments were performed.
Scale bar = 200 um. (b) MDA-MB-231 and BT-549 (5%10° cells/well in 24-well plates), mock-treated or treated
with 200 nmol/l CL4, CL4Sc or 25 pumol/l erlotinib, were counted through the Biirker chamber at the indicated time
points. The aptamers treatment was renewed each 24 hours. Growth curves represent the average of three

independent experiments and error bars represent SD. ***P < (0.001; **P < 0.01; *P < 0.05 relative to CL4Sc.
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