
Supplementary Methods 

 

Purification of myeloid (CD11b+) cells  

Myeloid cells from human buffy coats, murine BM, or enzymatically digested 

tumor tissue were purified by anti-CD11b magnetic bead affinity chromatography 

(Miltenyi Biotec). To assess the purity of the CD11b+ cell population, anti-CD11b 

antibodies were added together with the magnetic beads and flow cytometry was 

performed. The CD11b+ cell population consists of myeloid cells, while the 

CD11b- cell population consists of tumor cells and non-myeloid stroma cells 

(here referred as tumor cells). Gene expression analysis was performed directly 

after cell isolation without any cell culture step. 

 

Analysis of integrin activation and clustering 

Activation of human CD29 (integrin β1 chain) in cytokine stimulated 

human myeloid cells was quantified by flow cytometry using HUTS-21 antibodies 

(BD Bioscience). Total β1 integrin levels were assessed using P4C10 antibodies 

(Chemicon). Freshly isolated human myeloid cells in culture medium containing 

5%FBS and 0.5%NaN3 were incubated in normal human immunoglobulin 

(12000C, Caltag) for 45min on ice, then in 2µg/ml SDF-1α, IL-1β, or 1mM Mn2+ 

plus 2.5µg HUTS21, P4C10, or IgG2 control for 10min at 37°C followed by Alexa 

488 goat-anti mouse antibodies for 20min on ice. Expression levels of murine 



integrin α4 on bone marrow derived cells were determined by flow cytometry (R1-

2, eBioscience). To induce integrin α4 activation on human myeloid cells or 

murine WT and α4Y991A myeloid, purified myeloid cells were incubated with 

polystyrene microspheres (9.0µm diameter, Bangs Laboratories) that had been 

coated with TCM, 200ng/ml SDF-1α or IL-1β overnight at 4°C. Cells were 

incubated with beads for 5 min at 37°C, then fixed in 1% paraformaldehyde. Cells 

were then immunostained with FITC-conjugated anti-integrin α4  (R1/2), anti-

paxillin (H-114, Santa Cruz), anti-talin (H-300, Santa-Cruz) and TOPRO-3 

(Invitrogen). Human myeloid cells were incubated in non-immune human IgG (10 

µg/ml in 5% BSA, 30 min room temperature) and stained with the following: anti-

integrin α4 (N-19, Santa Cruz) and TOPRO-3. Samples were analyzed by Nikon 

CS1 spectral confocal on a Nikon TE2000E inverted microscope. Images were 

captured using EZ-C1 3.00 imaging software and analyzed using Metamorph 

software.  

 

Adhesion assays  

Calcein-AM labelled human or murine myeloid cells in TCM or DMEM 

containing 200ng/ml SDF-1α or IL-1β (R&D Systems) were incubated on HUVEC 

monolayers or on plastic plates coated with 5 µg/ml recombinant soluble VCAM-1 

(R&D Systems). Adherent cells were quantified using a fluorescence activated 

plate reader (GeniosPro, TECAN). In some assays, cells were also incubated in 

25 µg/ml anti-integrin α4β1 (PS2 for murine cells and HP2/1 for human cells, gifts 



from Biogen-Idec), anti-integrin αM (M1/70, BD Pharmingen), anti-integrin α5 

(HMa5-1, eBioscience), anti-integrin αv (RMV-7, eBioscience) and isotype 

control antibodies (IgG2bκ for murine cells and IgG1 for human cells), 100ng/ml 

pertussis toxin (SIGMA), 1 µg/ml AMD3100 (SIGMA) or with 0.1 nM-10 µM doses 

of the small molecule inhibitor of integrin α4, ELN476063 (IC50=10 nM). 

ELN476063 was a gift from Elan Pharmaceuticals. 


