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Supplementary Figure 1. Illustration of naturally existing upstream Open Reading Frames (upORFs) 

(a) uStop-deleting variants (b) and new-Stop-creating variants in the 5’UTR of ENG. The type of 

upstream Translation Initiation Site (uTIS) and position of stop codons associated with the existing or 

the new upORFs are indicated. The red cross represents the deleted uStop replaced by another one 

downstream (b) or the shortening of existing upORFs by the creation of upstream stop codons. The 

number of variants creating stop codons in the same frame is indicated. TSS, translation start site; 

CDS, CoDing Sequence; SNVs, single nucleotide variants.  
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Supplementary Figure 2. Western blot results on total proteins extracted from transfected HeLa 

cells with 1 μg of pcDNA3.1-L-ENG constructs containing ENG variants at the origin of uAUGs in 

frame with the same stop codon at position c.125. The blots correspond to the uncropped upper 

and lower blots in main Figure 2b. Each blot was cut in 2 parts and each part was incubated with the 

corresponding antibody: monoclonal anti-(c-Myc Tag) or anti-β-actin as a loading control. Specific 

fluorescent secondary antibodies were used. Finally, Odyssey Infrared Imaging System (Li-Cor 

Biosciences) in 700 and 750 channels was used to scan, reveal, and quantify the blots. HeLa cell 

extracts were analyzed in duplicates. kDa, kilodalton; M, protein ladder; WT, wild-type, C-, negative 

control corresponding to pcDNA3.1- empty vector. 
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Supplementary Figure 3. Quantification of ENG levels in HeLa cells from Western blot (a) and RT-

qPCR (b & c) analyses. (a) ENG steady-state level in HeLa cells is significantly increased with the c.-

37G>T variant in comparison to the wild-type (WT) construct. For quantification, the average of the 

duplicate has been calculated from the quantified values and ENG levels have been normalized to the 

corresponding β-actin levels then to the WT (%). The two bands obtained for the Endoglin, 

corresponding to the more glycosylated (upper band) and less/non glycosylated (lower band) ENG 

monomers, were taken together for the quantification. The graph with standard error of the mean is 

representative of 9 independent experiments. (b and c) RNA levels of Endoglin in wild-type and 

variant contexts. Normalized 2-ΔΔCT to the WT are shown. Graphs with standard error of the mean 

are representative of 5 (b) and 12 (c) independent experiments. *, p-value < 0.05; ns, non-significant 

(Kruskal-Wallis followed by Dunn test for multiple comparisons of variants versus WT, when needed).  
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Supplementary Figure 4. Western blot results on total proteins extracted from transfected HeLa 

cells with 1 μg of pcDNA3.1-L-ENG. The blots correspond to the uncropped upper and lower blots in 

main Figure 3b. Each blot was cut in 2 parts and each part was incubated with the corresponding 

antibody: monoclonal anti-(c-Myc Tag) or anti-β-actin as a loading control. Specific fluorescent 

secondary antibodies were used. Finally, Odyssey Infrared Imaging System (Li-Cor Biosciences) in 700 

and 750 channels was used to scan, reveal, and quantify the blots. HeLa cell extracts were analyzed in 

duplicates. kDa, kilodalton; M, protein ladder; WT, wild-type, C-, negative control corresponding to 

pcDNA3.1- empty vector. 
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