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Supp. Methods: 

AAV-CM-Ang2 mice 

C57BL/6 mice aged 12 weeks underwent echocardiographic imaging and non-invasive blood 

pressure measurements followed by tail vein injection of a recombinant adenoassociated virus 

2/9 in low dosage (1 x 1012) encoding for either Ang2 or the reporter gene LacZ. 

Echocardiography and blood pressure measurements were repeated at the age of 24 weeks 

followed by invasive left ventricular pressure measurements. Organs were harvested for 

histological analysis and PCR. 

 

Pericyte coverage in X-LacZ-4 mice 

X-LacZ-4 mice were transduced with either a rAAV.Ang2 or rAAV.GFP. After 14 days the 

diaphragms of these mice were harvested and X-Gal Stainings were performed. Pericytes 

were counted and displayed as number of pericytes per 50µm vessel length. 

 

Quantification of Masson Trichrom Stainings 

Masson Trichrom images were analysed utilizing ImageJ (W.S. Rasband, U. S. National 

Institutes of Health, Bethesda, Md, USA, http://imagej.nih.gov/ij/, 1997–2012). From 

multiple images of the complete circumference of the left ventricle background was 

substracted and the blue area (fibrosis) was measured as a percentage of total muscle area. 

 

Matrigel Assay: 

Mouse brain endothelial cells (bEnd3) were seeded into 6-well plates and transfected after 24 

hours with Lipofectamine 2000 and 1µg of the according plasmid (Ang2, Ang1, PDGF-B, 

pcDNA). After 24 hours cells were labelled with DiI and seeded on Matrigel coated µ-slides 

(10000 cells per well). After completion of ring formation (approx.. 5 hours) ATCC-CCL-226 
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cells were labelled with DID and seeded on the preformed rings (5000 cells per well). Pictures 

were taken after 24 hours and CCL-226 cells per ring of bEnd3 cells were counted. 

 

Sepsis Score:  

A score-system to assess the clinical severity was used (cf. Suppl Table 1). In more detail, 

behavior was scored for normal behavior and provoked reaction. Normal behavior was scored 

as 0 when mice were agile in the cage and showed a normal interest on their surrounding and 

in the provoked behavior they show a normal escape reaction. Score of 5 equal’s slower 

movements and more sitting periods, whereas provoked behavior of escape only occurred 

when approaching with fingers. A score of 10 equals a further reduced movement with 

unsteady walk and an escape reaction only after touching the animal. 20 was scored when the 

mice were lying in lateral position and did not show any flight reflex. Furthermore, 

assessment of pain was performed and scored using the following criteria: Normal group 

behavior, grooming and feeding behavior is scored as 0. In mice displaying a bent back, 

impaired cleaning and reduced feeding behavior score was 5. Whereas mild change in 

walking pattern, shivering, clearly reduced grooming and separation from the cagemates were 

classified as moderate pain (score of 10). Severe pain (score of 20) was classified by severe 

change in walking pattern, shivering, starving and grooming, separation and hiding within the 

cage. The other parameters of the scoring system were classified as displayed in 

Supplementary Table 1. 

 









Suppl. Figure 4
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Suppl. Figure 4: 
(A + B) mRNA levels of Ang1 and PDGF-B after AAV mediated transduction of Ang1 (A) or PDGF-B (B), respectively. (n=4 per group, tail-vein injection)  (C)
Low power images of PECAM-1 (red) / NG2 (green) stained heart tissue sections display prevention of decreased myocardial pericyte coverage in EC-Ang2-on
 mice following Ang1 or PDGF-B transduction at the age of 12 weeks (bar=100 µm). * indicates p<0.05
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