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Supplementary Figure 1: Kymograph analysis of lamellipodia velocity in cells spreading on α5β1 (white) and αvβ3 integrin selective ligands (black). Displacement of the lamellipodial edge was monitored for 60 min, at 2-min intervals.
Supplementary Figure 2: Adhesion plaque proteins in cells plated on coverslips coated with fibronectin (first column), vitronectin (second column) or a mixture of both (third column). Cells were left to spread for 3 hr and then fixed an immunolabeled for vinculin, paxillin, zyxin and tensin.
Supplementary Figure 3: A. α5 and αvβ3 clusters in U2OS cells adhering to surfaces coated with fibronectin (upper row) and vitronectin (lower row). Left, staining for α5 clusters, middle staining for αvβ3 clusters, right, merged image showing the colocalization of α5 (green) and αvβ3 (red) clusters. B. α5 and αvβ3 clusters in cells plated for 3 hr to surfaces coated with fibronectin (upper row), vitronectin (lower row) and a mixture of both. Left: Staining for α5 clusters. Middle: Staining for αvβ3 clusters. Right: Merged image showing the colocalization of α5 (green) and αvβ3 clusters (red). To avoid interactions of α5β1 on vitronectin, we utilized the JBS5 inhibitory antibodies. After 3 hr on the surface, cells were then fixed and immounolabeled for α5 and αvβ3 integrins.
Supplementary Movie 1: Phase contrast, time-lapse video microscopy of a U2OS cell spreading on a nanopatterned surface with a 36 nm interparticle distance, and functionalized with α5β1 integrin selective ligand. 
Supplementary Movie 2: Phase contrast, time-lapse video microscopy of a U2OS cell spreading on a nanopatterned surface with a 30 nm interparticle distance, and functionalized with αvβ3 integrin selective ligand. 
Supplementary Movie 3: Phase contrast, time-lapse video microscopy of a U2OS cell spreading on a nanopatterned surface with a 60 nm interparticle distance, and functionalized with α5β1 integrin selective ligand. 
Supplementary Movie 4: Phase contrast, time-lapse video microscopy of a U2OS cell spreading on a nanopatterned surface with a 60 nm interparticle distance, and functionalized with αvβ3 integrin selective ligand. 
Supplementary Movie 5: Phase contrast, time-lapse video microscopy of a U2OS cell spreading on a nanopatterned surface with a 90 nm interparticle distance, and functionalized with α5β1 integrin selective ligand. 
Supplementary Movie 6: Phase contrast, time-lapse video microscopy of a U2OS cell spreading on a nanopatterned surface with a 90 nm interparticle distance and functionalized with αvβ3 integrin selective ligand. 
Supplementary Movie 7: Fluorescence microscopy of a U2OS cell expressing GFP-αvβ3 and adhering to a nanopatterned surface with a 60 nm interparticle distance, and functionalized with α5β1 integrin selective ligand.
Supplementary Movie 8: Fluorescence microscopy of a U2OS cell expressing GFP-αvβ3 and adhering to a nanopatterned surface with a 60 nm interparticle distance, and functionalized with αvβ3 integrin selective ligand.

