Electronic appendix:

Telomere length was determined by standard Terminal Restriction Fragment  analysis, which is based on southern blotting. 6 μg DNA were digested over night by the restriction endonucleases HinfI (6 U) and RsaI (6 U) following the manufacture’s instructions (Boehringer Mannheim, Germany), and subsequently subjected to Gel electrophoresis (0.6% agarose, 18V for 18 hrs in 1xTAE (40mM Tris-Acetate, 1mM EDTA)). On each gel, three marker lanes (one on each side, and one in the middle) were loaded with biotinylated HindIII digested phage lambda DNA. Following electrophoresis, the gel was stained in ethidiumbromide and photographed (Eagle Eye, Stratagene, USA), and the DNA was transferred to nylon membranes (Boehringer Mannheim, Germany) using a vacublotter (Pharmacia, Sweden). The membrane was then incubated over night at 65oC with 5 ng of a biotinylated oligo complementary to the telomere sequence (C3TA2)3 and washed in 2xSSC/0.1% SDS for 2x5 min at room temperature and in 0.2xS SC/0.1%SDS for 2x15min at room temperature. Following a 1 – 5 min rinse in 0.1 M maleate buffer, pH 7.5/0.3% Tween 20 at room temperature, and 30 min incubation in 5x blocking buffer at room temperature, the membrane was incubated in 1:2500 streptavidin-AP (Boehringer Mannheim, Germany) for 30 min at room temperature. The filter was developed by adding 20 drops of CSPD (Boehringer Mannheim, Germany) and incubating for 5 min.

The membranes were visualized by 30 min of exposure and 30 min of  'dark subtraction’ in a  fluorimager (BioRad, USA). Quantity One program was used to generate a grid, where each lane was segmented into 40 blocks of identical size. In each segment, the average density was calculated, and the data set was exported to MS Excel, which was used to calculate the mean telomere length from each blood sample.
