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METHODS 

Phenotypes

Baseline spirometry was performed using a standardized protocol with similar equipment across centres according to the ATS/ERS guidelines. [1]. Methacholine challenge was performed unless baseline FEV1 <80% predicted.
Skin Prick Test positivity (SPT+) was defined by a mean wheal diameter (3mm than the negative control for at least one of 11 aeroallergens (cat, Dermatophagoides pteronyssinus, Blattela germanica, olive, birch, Parieteria judaica, timothy grass, ragweed pollen, Aspergillus, Cladosporium herbarum, Alternaria tenuis). A quantitative score was constructed as the number of positive test results (SPTQ) and validated regarding its biometric properties [2].
Genotyping

We used all genotyping data belonging to NOS1, NOS2 and NOS3 available in EGEA study. The genotyping was performed either using Taqman Probes (Applied Biosystems, Foster City, CA) on an ABI7900HT Sequence Detection System as part of a previous candidate gene project or using the Illumina 610Quad array (Illumina, San Diego, CA) as part of the Gabriel Consortium (18 SNPs and 110 SNPs respectively). All genotyping were performed at the Centre National de Génotypage (CNG, Evry, France). Consistency of the SNP data with Mendelian inheritance was evaluated using the PEDCHECK program [3]. Test of Hardy-Weinberg equilibrium was performed using an exact test [4]. After a quality control (QC) process, we selected 121 SNPs belonging to NOS1 (77 SNPs), NOS2 (37 SNPs) and NOS3 (7 SNPs) and fulfilling the following QC criteria: call rate ≥ 97%, minor allele frequency ≥ 5%, and Hardy-Weinberg (HW) P-value >10-4. Pairwise linkage disequilibrium (LD) measures (r2) between polymorphisms of each of the three NOS genes were estimated using Haploview [5].
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