
Supplementary Materials 

 
Supplementary Figure Legends 

Figure S1. A) lncRNA screening strategy in hPASMC differentiation. Schematic overview of 
human Pulmonary Artery Smooth Muscle Cells (hPASMC) differentiation by cell-to-cell contact. 
Cells at 70-80% confluence (D0) show high rates of proliferation and migration (left). At this stage, 
cells express proliferation markers, with low SMC marker gene expression. When SMC reach 
100% confluence (D2), they start to align and differentiate, with a concomitant decrease in 
proliferation and migration. Four days after reaching confluence, SMC become fully differentiated 
(D6), marker gene expression is induced and accompanied by an increase in contractile 
capabilities. At this stage, migration is abrogated, and cells stop proliferating, as they exit the cell 
cycle in G0/G1 and remain quiescent. B) RNA sequencing in human pulmonary artery smooth 
muscle cells (hPASMCs) at D0 and D2. The figure highlights regulated transcripts in D2 compared 
to D0. C) Validation of differentiation state in RNA sequencing data. Transcripts known to be 
either down (left) or upegulated (right) at the beginning of the differentiation process in SMCs. D) 
Six lncRNA candidate expression validation by RT-qPCR. D0 = hPASMCs at 70-80% confluence. 
D2 = hPASMCs at 100% confluence. D6 = hPASMCs 4 days after 100% confluence. hPAEC = 
human pulmonary artery endothelial cells at 100% confluence. Note that the selected candidate 
(lncRNA4 or DAGAR) is strongly induced after reaching 100% confluence in hPASMCs and is 
not expressed in hPAEC. 

Figure S2. A) RT-qPCR of DAGAR-1 and DAGAR-2 at D0 and D6 of SMC differentiation B) RNA 
agarose gel after OligodT pulldown showing total, polyadenylated (Poly A+) and not 
polyadenylated (Poly A-) fractions (Left). DAGAR expression relative to Total RNA fraction 
analyzed by RT-qPCR (right). C) RT-qPCR of DAGAR-1 and DAGAR-2 after siDAGAR compared 
to scrambled siPool control (siCT). *p<0.05, **p<0.01. 

Figure S3. A) mRNA and protein expression of YTHDF2 in proliferative MRC5 after siYTHDF2 
compared to scrambled siPool control (siCT). B) mRNA and protein expression of YTHDF2 in 
hPASMC D2 after siYTHDF2 compared to scrambled siPool control (siCT) 

Figure S4. Reactome Pathways enrichment analysis from proteins co-precipitated with DAGAR 
(DAGAR RIP). Top 30 enriched pathways ranked by Gene Ratio. For a complete list of enriched 
pathways refer to Supplementary table 5. ***p<0.001, ****p<0.0001. 
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