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Supplementary Fig. S1. Pedigrees of 12 families with HPAH and details of detected BMPR2
mutations. a) Pedigrees of 12 HPAH families carrying BMPR2 mutations. Unaffected male O
female O ; affected male m female @ ; Deceased . M, mutated allele; —, wild type allele. b) Sanger
chromatograms for the identified variants. A, adenine; C, cytosine; G, guanine; T, thymine; N,
variant. ¢) MLPA fragment analysis. * Amplicons showing reduced dosage in patients. * Amplicons
dosage in control pool. d) Sanger chromatograms of BMPR2 transcript showing exon 9 skipping. e)
Cropped image of acrylamide gel showing the aberrant transcript due to the occurrence of a splice

site mutation (full-length image of the gel is provided as Supplementary Figure S3).
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Supplementary Fig. S2. Pedigrees of six families with HPAH and details of related candidate-
gene mutations. a) Pedigrees of six HPAH families showing no BMPR2 mutations. Unaffected male
female O ; affected male m female @ ; Deceased X . M, mutated allele; —, wild type allele. WES,
subjects submitted to trio-Whole exome sequencing. b) Sanger chromatograms of identified variants.

A, adenine; C, cytosine; G, guanine; T, thymine; * variant.



Supplementary Fig. S3. Full-length image of the electrophoresis gel whose detail was reported
in Supplementary Fig. S1 (family 6, image €). Individuals showing the aberrant transcript due to
the occurrence of a splice site mutation are those presenting two DNA fragments. Control individuals
are instead displayed on the right with respect to the DNA size marker and present a single DNA

fragment.



Supplementary Tables

Supplementary Tables S1-S4 are included in a separate Excel file.

Supplementary Table S1. Family information and clinical parameters at diagnosis for the 28 HPAH

patients included in the study and belonging to 18 families.

Supplementary Table S2. Details of the 26 variants detected via Trio-WES and validated by means

of Sanger sequencing.

Supplementary Table S3. Reads depth and ratio of variant reads for genes prioritized via Trio-WES.

Supplementary Table S4. Enrichment analyses performed on genomic regions affected by SNVs
and INDELSs identified via WES and having passed stringent filtering.
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