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Supplemental Figure legends 

 

 

Supplemental Figure 1: VSMCs are the most prominent cells in areas of myointimal 

proliferation in GACI patients. Immunofluorescence staining of SMC specific α-actin (red) is 

demonstrated in the intima of the aorta of a GACI patient (upper panel) and ligated left carotid of 

ttw/ttw mouse (lower panel), displaying myointimal proliferation. Autofluorescence is shown in green 

and nuclei in blue. Dotted lines indicate the intimal:medial boundary. 

 

Supplemental Figure 2: Effect of bisphosphonates (etidronate) (a), PPi (b), AMP (c), and 

adenosine (d) on accelerated proliferation in ENPP1 silenced primary rat VSMC. Primary rat 

VSMC were transfected overnight with ENPP1 siRNA or control siRNA followed by 24 hour 

starvation in 0.25% FBS. Then cells were reseeded in wells of 96 well plate, cultured in basal media, 

supplemented with, etidronate (0.1 – 100µM, a), PPi (1 – 300µM, b), AMP (100 – 300 µM, c), 

adenosine (100 – 300µM, d) for 3 days before determine proliferation. Cell proliferation was 

evaluated by [3H] thymidine uptake. [3H]-thymidine was added in the last 18 hours of culture. Results 

are expressed as CPM ± SEM, n=4. ***p<0.001, **p<0.005 (One way Anova, multiple group 

comparison). 

 

 

Supplemental Figure 3: Accelerated intimal hyperplasia is present in ttw/ttw–mice after carotid 

ligation compared to WT-mice. Histological analysis (Von Gieson’s stain) are made of sections 

either 100 (upper panel) or 200 (lower panel) µm from point of ligation from WT- and ttw/ttw- mice 

from left to right, respectively (a).  The internal elastic lamina (IEL), external elastic lamina (EEL) and 

lumen (L) are indicated by arrows. The scale bar represents 100 µm. Morphometric quantitation was 

done of intimal (b) and medial (c) areas and the I/M ratio (d). Values are means ±SEM, n=7 each 

group, **p<0.005 (Student's t-test, un-paired two-group testing for means). 
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