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Supplementary data for the methodology of the ReaL-time PCR
Total RNA was extracted from 61 aortic punches using the Invisorb Spin Tissue RNA Mini isolation kit (10607002; Invitek, Berlin, Germany). Gene expression was determined by quantitative reverse transcriptase polymerase chain reaction (qRT-PCR). Briefly, frozen aortic biopsies were transferred into sterile 2 ml polypropylene screw cap micro tubes (72.693, Sarstedt, Nümbrecht, Germany) with 600 µl lysis buffer. After addition of 2 glass beads (Ø 1.5 mm) and 100 mg zirconia-silica beads (Ø 0.1mm, BioSpec, biospec.com) tissue disruption was performed by FastPrep (FP120, Qbiogene, Heidelberg, Germany) at 6.5 m/s for 6 x 45 seconds with 20 s rest period between runs. Photometry (OD260) was used for quantification of total RNA (800 to 1500 ng per sample) and the RNA quality was verified by optical density (OD260/OD280=1.7-2.0) and 1% agarose gel electrophoresis. Mastermixes for reactions were prepared using the SSIII Platinum 1-Step QRT-PCR-System kit from Invitrogen (11732020) following manufacturer’s instructions. Additionally, 40 U/µl RNAsin (RNAse inhibitor, 556128, BD Bioscience Pharmingen, San Diego, USA) were added. The final mastermix concentrations were 0.5 µM for each primer and 0.15 µM for the corresponding TaqMan probes. GAPDH was chosen as the reference gene to compensate quantitative variations of cell numbers within the samples. Sequences for primers and TaqMan probes are as follows: tropoelastin forward primer: GGGTGCCGGGCAGTT; tropoelastin reverse primer: GGAAAATGGGAGACAATCC; tropoelastin PCR-product: 68 bp; tropoelastin TaqMan probes: FAM-TGGCAGCAAGACCTGGCTT-BHQ1; GAPDH forward primer: CACATCGCTCAGACACCA; GAPDH reverse primer: GTGACCAGGCGCCCAA; GAPDH PCR-product: 73 bp; GAPDH TaqMan probes: FAM-TTGACTCCGACCTTCACCTTCCCC-BHQ1. Primer and TaqMan probes were obtained from TIB Molbiol (Berlin, Germany). 200 ng RNA were added to a final reaction volume of 25 µl. qRT-PCR was performed on a LightCycler 1.5 platform (Roche Applied Science, Penzberg, Germany) as follows: reverse transcription at 50°C for 15 minutes, with subsequent denaturation at 95°C for 5 minutes and 45 cycles of denaturation (15 s, 95°C) and annealing/elongation (15 s, 55°C). Two negative template controls were included in each reaction. The amount of tropoelastin-mRNA was calculated relative to the amount of GAPDH-mRNA using the 2-ΔΔCT –method [1]. Basically, the ratio of initial copies of tropoelastin mRNA to GAPDH mRNA was calculated with following equation:
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where CT is the cycle threshold measured by qRT-PCR. Linearity of mRNA concentration and threshold cycles was verified with mRNA dilution series. At least two replicates were measured from each mRNA extract. mRNA extraction yields were too low for quantification of other genes.

Supplemental information about additional histochemical stainings
Proteoglycan accumulation was detected using Alcian blue staining as described elsewhere [2,3]. Cell nuclei were counterstained with haematoxylin [4] for 15 minutes.  

Specimens were examined using a Zeiss Axiophot light microscope (Carl Zeiss, Oberkochen, Germany). 
Identity of invaded macrophages was verified by CD68 staining. The mouse anti-CD68 antibody (M0814, 1:50 dilution, Dako, Carpinteria, CA, USA) was combined with a biotinylated goat anti-mouse IgG antibody (B0529, 1:200; Sigma, St Louis, MO, USA) and ExtrAvidin®-Peroxidase (E2886, Sigma, St Louis, MO, USA). The chromogenic substrate was 3,3′-Diaminobenzidine (D4293, Sigma, St Louis, MO, USA).
Supplementary movies From Near-Infrared Multiphoton Laser Scanning Microskopy

For better three-dimensional visualization of the ECM-architecture achieved by Near-Infrared Multiphoton LSM, 3 movies are supplemented representing the elastin and collagen structure in human aortic biopsies (according to Figure 4 of the main manuscript). Presented are 9.6 µm z-stacks with a width of 120 µm x 120 µm. Elastin autofluorescence = green; SHG-signals of collagen = red
Movie 1: 
LSM 3D-Image from an aortic biopsie of a 49 years old patient.
Name of the file: 49years_media_elastin,collagen.avi
Movie 2: 
LSM 3D-Image from an aortic biopsie of a 58 years old patient.
Name of the file: 58years_media_elastin,collagen.avi
Movie 3: 
LSM 3D-Image from an aortic biopsie of a 73 years old patient.
Name of the file: 73years_media_elastin,collagen.avi
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