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MATERIAL & METHODS 

Adhesion molecule expression at EC surface  

Cells seeded onto gelatine-coated chamber slides (Lab-Tek, Nunc) were incubated with 10 ng.µL-1 CRP 

for 3 hours at 37°C. Cells were washed with phosphate-buffered saline (PBS, LifeTechnologies) and fixed 

with 4% paraformaldehyde in PBS for 20 min at room temperature. The cells were blocked for 1 h with 3% 

bovine serum albumin in PBS. Adhesion molecule expression was performed by using antibodies against 

ICAM-1 or VCAM-1 diluted (1:50) (R&D Systems) in the blocking solution for 2 h. Fluorescence labelling was 

obtained using the secondary antibodies Alexa594 goat anti-mouse (1:2000 dilution) (LifeTechnologies) for 

1 h. Staining with 10 µM 4´,6-diamidino-2-phenylindole (DAPI) was used to visualize nuclei. FluorSave was 

used as mounting medium and slides were analyzed using an inverted Olympus IX81 fluorescence 

microscope. Negative controls were performed for every set of experiments by omitting the primary 

antibodies from the procedure. 

Immunofluorescence on tissue 

Fresh collected tissue was fixed overnight in 4% paraformaldehyde in PBS, incubated in a gelatine-

sucrose solution for 4 to 6 days, gelatin-embedded and frozen in liquid nitrogen. Ten-µm tissue 

cryosections were performed. Tissue sections were permeabilized using 0.05% Triton-X100 in PBS and 

blocked for 1 h in PBS containing 0.25% Triton-X100, 2 g.L-1 gelatin and 0.1 M lysine. The localization of 

proteins was performed overnight at room temperature by using one or a mixture of two primary 

antibodies diluted in PBS containing 0.25% Triton-X100 and 2 g.L-1 gelatin (CD31, 1:50 dilution (Dako, 

Heverlee, Belgium) or LOX-1 1:100 dillution (Abcam, Cambridge, UK). Fluorescence labelling was obtained 

using the secondary antibodies Alexa488 goat anti-mouse, Alexa594 goat anti-rabbit or Alexa594 goat anti-
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sheep (1:750 dilution) for 1 h. Staining with 10 µM 4´,6-diamidino-2-phenylindole (DAPI) was used to 

visualize nuclei. FluorSave was used as mounting medium and slides were analyzed using an inverted 

Olympus IX81 fluorescence microscope. Negative controls were performed for every set of experiments by 

omitting the primary antibodies from the procedure. 

Western blotting 

Cells were washed twice in ice-cold phosphate-buffered saline, pH 7.4 and lysed for 30 min at 4°C in a 

buffer containing 20 mm Hepes, pH 7.4, 50 mM NaCl, 1 mM ethylene glycol-bis (β-aminoethyl ether)N,N,N’-

tetraacetic acid (EGTA), in the presence of a protease inhibitor cocktail. Pulmonary artery tissue was 

homogenized in the ice-cold phosphate-buffered saline described above. Insoluble material was removed 

by centrifugation at 12,000 g and for 4°C for 5 min. Protein concentration were determined using the BCA 

assay kit with bovine serum albumin as standard. Tissue and cell lysate proteins were solubilized in Laemmli 

buffer and reduced in the presence of β-mercaptoethanol for 5 min at 95°C and separated by 12% sodium 

dodecyl sulfate-polyacylamide gel electrophoresis (SDS-PAGE) prior to electroblotting on polyvinylidene 

fluoride (PVDF) filters. Filters were quenched overnight at 4°C by incubation in Tris-buffered saline (TBS: 

10mM Tris, pH 7.5, 150mM NaCl) containing 0.1% Tween-20 (w/v) and 5% fat-free dry milk (w/v). The PVDF 

filters were incubated for 2 h at room temperature with the following antibodies: anti-LOX-1 (dilution 

1:1000) and anti-β-actin (dilution, 1:5000) in the quenching solution, washed in TBS containing 0.1% 

Tween-20 and incubated for 1 h at room temperature with horseradish peroxidase-conjugated donkey anti-

rabbit IgG (dilution 1:10,000) for anti-LOX-1, anti-mouse IgG (dilution 1:10,000) for anti-β-actin. Peroxidase 

staining was revealed with a chemiluminescence kit (GE Healthcare, Little Chalfont, UK) and performed 

with films exposed at room temperature. Protein expression was quantified using the Photoprint imaging 

system and the BIO-1D software (Vilber Lourmat, Marne-la-Vallée, France).  


