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A B S T R A C T

Purpose: The aim of this study was to identify the monogenic cause of pulmonary arterial
hypertension (PAH), a multifactorial and often fatal disease, in 2 unrelated consanguine families.
Methods: We performed exome sequencing and validated variant pathogenicity by whole-blood
RNA and protein expression analysis in both families. Further RNA sequencing of preserved
lung tissue was performed to investigate the consequences on selected genes that are
involved in angiogenesis, proliferation, and apoptosis.
Results: We identified 2 rare biallelic variants in CAPNS1, encoding the regulatory subunit of
calpain. The variants cosegregated with PAH in the families. Both variants lead to loss of
function (LoF), which is demonstrated by aberrant splicing resulting in the complete absence of
the CAPNS1 protein in affected patients. No other LoF CAPNS1 variant was identified in the
genome data of more than 1000 patients with unresolved PAH.
Conclusion: The calpain holoenzymewas previously linked to pulmonary vascular development and
progression of PAH in patients. We demonstrated that biallelic LoF variants in CAPNS1 can cause
idiopathic PAH by the complete absence of CAPNS1 protein. Screening of this gene in patients who
are affectedbyPAH,especiallywith suspected autosomal recessive inheritance, shouldbe considered.

© 2023 Published by Elsevier Inc. on behalf of American College of Medical Genetics and
Genomics. This is an open access article under the CC BY-NC-ND license

(http://creativecommons.org/licenses/by-nc-nd/4.0/).
Introduction

Pulmonary arterial hypertension (PAH) is a multifactorial,
progressive, and often fatal disease. Elevated pressure in
article was paid by Arjan C. H
ibuted equally as co–first author
tributed equally as co–last autho
should be addressed to Matt
Email address: Matthias.griese
, Meibergdreef 15, 1105AZ Ams

behalf of American College of M
licenses/by-nc-nd/4.0/).
pulmonary arteries leads to chronic right ventricular stress and
dyspnea during exercise and, in later stages of the disease, at
rest.1,2 Pulmonary vasculature adapts to this increased pres-
sure by remodeling, that is, the 3 layers of the vessels change
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their composition and increase in size.3 In recent years, sig-
nificant progress has been made during the exploration of the
pathology, genetics, and treatment of PAH.1 Current vaso-
dilator treatment options reduce pulmonary blood pressure
and result in hemodynamic and functional improvement,
however, typically without addressing the underlying cause.2

The identification of the monogenic causes of PAH has
substantially advanced our pathophysiological knowledge.
However, in the majority of patients with PAH, the disease
etiology remains unclear. The genetic diagnostic yield in
patients with PAH is still low (up to 25%).4,5 Pathogenic
variants have mostly been identified in genes from the
transforming growth factor-β (TGF-β) signaling pathway.6-8

Indeed, in up to 80% of individuals with genetically solved
PAH, the pathogenic variant was identified in BMPR2.1 Be-
sides BMPR2, about 20 additional genes have been associated
with PAH, which also include non–TGF-β pathway genes.9,10

In general, most genes associated with PAH display an
autosomal dominant inheritance pattern, with a high variety
in the severity and age of onset of the disease, and an
incomplete penetrance.4 Consequently, the disease often
remains undiagnosed in asymptomatic carriers. Recent
studies have also uncovered biallelic variants in children
with severe, early-onset PAH, in genes that were previously
associated with autosomal dominant adult-onset PAH, for
example, ATP13A3,11 GDF2,12 and KCNK3.13 This further
highlights the heterogeneity and complexity of the genetic
components of PAH.

Here, we describe 2 families with autosomal recessive
PAH, one of which has been previously published as an
unresolved case (family A).14 In both families, we identified
novel, biallelic, loss-of-function (LoF) variants in the
CAPNS1 gene in affected family members. CAPNS1, the
calpain small subunit 1, encodes the regulatory subunit of
the calpain holoenzyme, which is known to be involved in
pulmonary vascular development and the progression of
PAH.15,16 We confirmed that the identified variants cose-
gregated with the disease and led to the absence of CAPNS1
protein in affected members of both families.
Materials and Methods

Family A gave their written informed consent to participate in
the chILD-EU diagnosis and genetic analysis program.17

Family B was enrolled at the UMC in Amsterdam, The
Netherlands. They providedwritten consent for research use of
their data. Clinical data were retrieved from patient records.

Exome sequencing and linkage analysis

Genomic DNA was isolated from ethylenediaminetetra-
acetic acid blood using standard methods. Details on the
linkage analysis, exome sequencing, and the bioinformatics
pipeline and filtering steps are described in Supplemental
Methods.
Complementary DNA analysis

Total RNA from peripheral white blood cells was extracted
from fresh ethylenediaminetetraacetic acid blood by a
standard trizol protocol.

Preparation of cell fractions and lysates

Peripheral blood mononuclear cells (PBMCs) were isolated
from heparinized whole blood by standard Ficoll-Paque
density gradient technique.

Western blot analysis

CAPNS1 expression was checked by western blot analysis
according to standard procedures using the anti-CAPNS1
antibody (ab92333, Abcam) and GAPDH (RDI-TRK5G4-
6C5, Research Diagnostics) as a loading control.

Targeted RNA sequencing

RNA material was isolated out of formaldehyde-fixed
paraffin-embedded lung tissue using standard methods.
Gene expression of 144 target genes was analyzed using
NanoString nCounter technology, as previously described.18

Calculations were performed using nSolver Analysis Soft-
ware v.4.0, as detailed in Supplemental Methods. Five age-
matched children with a history of nonpulmonary cancer or
pulmonary disease without architectural distortion (eg,
bronchitis) were selected and used as controls in the mea-
surement. All samples were categorized as tumor free based
on histologic examination.

Electromagnetic interference microscopy

The formaldehyde-fixed paraffin-embedded samples were
deparaffinized, freeze-dried, and mounted on specimen
holders with side-adhesive tape and thin copper wires,
and they were fixed to the holders as recording electrodes
to ensure a high image resolution. They were then sput-
tered with gold in an argon atmosphere and analyzed
using an ESEM XL-30 scanning electron microscope
(Philips).
PAH reference cohort screening

The National Institute for Health and Care Research (NIHR)
BioResource for Translational Research–Rare Diseases has
sequenced the entire genomes of 13,037 individuals diag-
nosed with 1 of 15 rare diseases and selected relatives,
including 1150 individuals recruited to the PAH domain.19

We filtered this reference population for rare (minor allele
frequency <1 in 1000) protein-coding biallelic LoF variants
in CAPNS1.
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Results

Clinical descriptions of affected families

Proband P1 is the first child of familyA of Tunisian originwith
consanguineous parents (first-degree cousins; Table 1,
Figure 1A). In thefirstmonths of life, she had episodes of apnea
with cyanosis, and a diagnosis of hypertrophic cardiomyopa-
thy of unknown origin was made at the age of 1 year. She died
in Tunisia at the age of 17 months. Postmortem examination
was rejected. The clinical and familial history of patient P2
(second child of family A) has been published before.14 In
brief, after preterm birth, she developed neonatal sepsis and
respiratory distress syndrome but was discharged home
without symptoms 1 week later. From the age of 15 months
onward, she had episodes of apnea and cyanosis and was
diagnosed with PAH. Chest computed tomography (CT) im-
aging revealed bilateral diffuse ground-glass opacities, and a
lung biopsy identified pulmonary capillary hemangiomatosis
with thickened alveolar septae and abnormally proliferating
capillaries. Pulmonary artery pressures normalized under
Bosentan treatment.At the age of 18months, severe respiratory
infectionwith fever, rhinitis, and cough destabilized her, and at
the age of 29 months, she died at home, presumably from a
pulmonary hypertensive crisis. Postmortemassessment of lung
parenchyma and vascular architecture revealed a diffuse
thickening of alveolar capillaries by an aberrant proliferation
around the bronchovascular bundles. The dilated capillary
plexuses within the alveolar septa demonstrated evidence of
sprouting and intussusceptive angiogenesis (Figure 2D).

The youngest sister, patient P3, was born after an un-
eventful pregnancy, and pulmonary arterial tension was
closely monitored (brain natriuretic peptide [BNP] < 50 pg/
mL). At the age of 6 months, she developed nocturnal sei-
zures, cyanosis, apnea, and a month later first signs of
pulmonary hypertension (PH) were confirmed by echocar-
diography. At this time, no abnormalities of the size of the
heart and pulmonary arteries were recognized. In addition,
CT imaging identified inhomogeneous consolidations and
single nodular opacities. A lung biopsy identified focal
enlargement of the pulmonary arterial branches and discrete
septal thickening, indicating pulmonary capillary heman-
giomatosis. At the age of 21 months, right heart catheteri-
zation measured a mean pulmonary arterial pressure of 33
mm Hg (normal mean pulmonary arterial pressure < 20),20

pulmonary vascular resistance of 5 WU (normal pulmonary
vascular resistance < 2),20 and pulmonary arterial wedge
pressure of 13 mm Hg (normal pulmonary arterial wedge
pressure < 12), demonstrating mild PAH. Chest imaging
revealed right heart hypertrophy, and echocardiographic
investigation in the following months showed mild dilata-
tion of the right heart. Despite intense treatment using
increased doses of sildenafil (up to 3 mg/kg/d) and a final
additional administration of Inderal (2 mg/kg/d) and close
monitoring, she had severe progression of PH and died at
the age of 29 months in a PH crisis.
Proband P4 was the first child of a consanguineous
family (first-degree cousins) from Dutch origin (family B).
He had cardiopulmonary disease and suspected PH. He died
at the age of 5 years. At that time, neither the diagnosis of
PH was quantitatively assessed nor any genetic analyses
were performed. Unfortunately, the medical records were
not available for further information.

Patient P5, the brother of P4, was first referred for car-
diologic diagnostics at the age of 26 years because of pro-
gressive shortness of breath on exertion and tachycardia in
the past year. He reported muscle cramps and proximal
weakness of the shoulders and upper legs. Elevated levels of
creatine kinase were measured repeatedly (up to 1300 U/L).
Muscular biopsy, including electron microscopy, revealed
mild nonspecific abnormalities with reduced level of type II
cells. In addition, he had trouble closing his eyes
completely. He smoked approximately 8 cigarettes a day
since the age of 16 and quit smoking a year before referral.
CT imaging showed centrilobular ground-glass opacities in
the lower lobes. Cardiac evaluation revealed atrial flutter.
Ultrasound and cardiac magnetic resonanace imaging
revealed right atrial and ventricular dilation and mild
tricuspid insufficiency. The increased mean pulmonary
arterial pressure of 39 mm Hg (normal <20)20 and pulmo-
nary vascular resistance of 4.3 WU (normal <2),20 which
were identified by right heart catheterization, demonstrated
PAH. As consequence, increased right ventricular afterload
resulted in elevated BNP levels (NT-proBNP: 541 ng/L;
normal <300).20 At the Department of Neurology, severe
paralysis of the facial musculature, proximal paresis of the
shoulder and extensor hallucis longus, and nasal dysarthria
were observed. However, no definitive neurologic diagnosis
was established. In addition, subclinical hyperthyroidism
was diagnosed (T4: 28 pmol/L, normal: 12-22) with thyroid-
stimulating hormone, anti–thyroid peroxidase, antithyr-
eoglobulin, and anti–thyroid-stimulating hormone anti-
bodies in normal range. At the age of 34 years, he had a
pacemaker implantation because of atrioventricular block.
He developed severe right ventricular failure 3 years later.
The patient was evaluated to be too sick for lung trans-
plantation and died at the age of 42 years.

Genetic analyses of consanguineous PAH families

Because of parental consanguinity and the presence of PH in
3 of the 4 children in family A, we suspected an autosomal
recessive inheritance and initially performed genome-wide
linkage analysis with homozygosity mapping, identifying
possible linkage to 5 regions with a logarithm of the odds
score of 2.23 (Supplemental Figure 1). The largest of these
regions spans around 15 Mb on chromosome 19q and is
delimited by the markers rs11668376 and rs759293.

Trio exome analysis in P2 did not reveal any rare
variants in genes previously associated with PH9 or cardio-
myopathy.21 In total, 1 rare compound heterozygote and 8
homozygote variants were identified in P2 (listed in



Table 1 Clinical presentation of the probands

Proband P1 P2 P3 P4 P5

Family Fam: A II-1 Fam: A II-2 Fam: A II-3 Fam: B II-1 Fam: B II-2
Gender Female Female Female Male Male
Origin Tunisian, consanguine parents

(first-degree cousins)
Dutch, consanguine parents

(first-degree cousins)
Genetic variant in
CAPNS1

ND NC_000019.10(GRCh38)
:g.36146313G>A

(NM_001749.4):c.721+1G>A

NC_000019.10(GRCh38):g.36142298A>G
(NM_001749.4):c.210-2A>G

ACMG interpretation Pathogenic (Ib): PVS1, PM2, PM4, PP1, PP3 Pathogenic (Ia): PVS1, PS3, PM2, PP1, PP3
Onset and
course of disease
Neonatal period Premature birth Premature birth,

neonatal oxygen
and mech.
assistance for 1 wk

Premature birth,
uneventful

ND Uneventful

Age at disease PAH
onset

12 mo 15 mo 6 mo ND 22 y

Progressive disease
course

++ ++ ++ ++ +

Age at death 17 mo 29 mo 30 mo 5 y 42 y
Respiratory findings
Progressive respiratory
insufficiency

+ + + Pulmonary disease
(no details
available)

-

Apnea ++ ++ ++ +
Cyanosis ++ ++ ++ +
BAL ND Hemosiderin-laden

macrophages
ND ND ND

Lung CT imaging ND Poorly defined
pulmonary
vasculature.
Bilateral diffuse
ground glass
opacities in right
mediobasal lower
segment.
Impression of
nodularity.

Inhomogeneous
condensation and
single nodular
opacities in right
posterior upper
segment

ND Centrilobular ground
glass opacities in
the lower lobes

Lung histology ND Pulmonary capillary
hemangiomatosis

Pulmonary capillary
hemangiomatosis

ND ND

Cardiac/vascular
findings
Chest x-ray ND Normal sized heart,

no structural
cardiac defects, no
sign for central
pulmonary artery
dilation

Right heart
hypertrophy

ND Enlarged heart,
vascular
redistribution
consistent with
edema

ECHO Hypertrophic
cardiomyopathy of
unknown origin

Right heart
hypertrophy, no
pericardial
effusion

Right heart
hypertrophy, mild
dilatation of right
heart chamber. No
abnormality of
biventricular
systolic function or
cardiac valves, no
pericardial
effusion

ND Right atrial and
ventricular
dilation.
Implanted
cardioverter
defibrillator in
situ. Mild tricuspid
insufficiency, no
pericardial
effusion, atrial
fibrillation

(continued)
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Table 1 Continued

Proband P1 P2 P3 P4 P5

Heart catheterization
references:
PASP ≤ 35 mm Hg

mPAP ≤ 20 mm Hg
PVR ≤ 2 WU

ND PASP: 60-70 mm Hg
mPAP: 25 mm Hg

PVR of 3 WU

PASP: 65 mm Hg
mPAP: 33 mm Hg

PVR of 5 WU

ND mPAP: 39 mm Hg
PVR: 4.3 WU

Reference:
NT-proBNP ≤ 300 ng/L

ND NT-proBNP of 2906
ng/L

Normalized under
treatment

Normal range ND NT-proBNP of 541
ng/L

Increased under
treatment: 4686
ng/L

Additional findings Opisthotonus Breath holding spells Proximal weakness of
arms and legs,
nasal dysarthria,
dysphagia,
lagophthalmus;
hypothytreosis

Failure to thrive + + + ND -

ACMG, American College of Medical Genetics and Genomics; BAL, bronchiolar lavage; BNP, brain natriuretic peptide; CT, computed tomography; ECHO,
echocardiography; mPAP, mean pulmonary arterial pressure; ND, no data; PAH, pulmonary arterial hypertension; PASP, pulmonary arterial systolic pressure;
PVR, pulmonal vascular resistance; WU, Wood unit.
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Supplemental Table 1). Considering the severe disease in
more than 1 affected child, only variants identified in both
affected children (P2 and P3) were interpreted based on the
guidelines of the American College of Medical Genetics and
Genomics.22 Subsequent exome sequencing of the affected
sister P3 revealed that she shared only 1 rare homozygous
variant with P2 and that this homozygous variant was absent
in the healthy sister (II-4) (Figure 1A, Family A). This variant
is located within the putative linkage region on chromosome
19, in the CAPNS1 gene, and affects the highly conserved
GU-sequence of the donor splice site of coding exon 8
((NM_001749.4):c.721+1G>A)23 (Figure 1B, left). The
variant was confirmed by Sanger sequencing and segregated
with the disease in the family; indeed, the variant was iden-
tified heterozygote in both parents and the healthy sibling
(Figure 1A). RNA expression analysis in patient P3 showed
that the c.721+1G>A variant led to an in-frame skipping of
coding exon 8 (r.604_721del, 117 bp) (Figure 1C), resulting
in a CAPNS1 protein missing 39 amino acids, affecting the
fourth and fifth EF-hand domain (Figure 1D). Western blot
analysis for the CAPNS1 protein was performed to assess the
consequences of the aberrant transcript; CAPNS1 is ubiqui-
tously expressed,24 among others in blood. The mutant
CAPNS1 protein was overexpressed in HEK-293 cells to
demonstrate antibody specificity. Indeed, both the wild-type
and shorter mutant CAPNS1 protein were detectable in
HEK-293 cells (Figure 2A, first lane). However, there was no
evidence of a shorter CAPNS1 protein in PBMCs from the
unaffected heterozygous parents and the sister (Figure 2A).
This indicates that although aberrantmessenger RNA is being
produced, messenger RNA is not translated into an aberrant
CAPNS1 protein or mutant protein undergoes an early
degradation in PBMCs. To further check this hypothesis, we
performed a series of in vitro experiments in which we
demonstrated that the aberrant shorter protein is being
degraded by the proteasome. Indeed, the aberrant protein
showed a strongly detectable band after adding the protea-
some blocker MG-132 (Figure 2B).

In patient P5 (Family B), candidate gene analysis for
BMPR2 and SMAD9 was initially performed, which did not
reveal any pathogenic variants. Subsequent exome
sequencing did not identify pathogenic variants in genes
already associated with cardiomyopathy or PH; indeed, only
1 homozygous splicing variant in CAPNS1 was identified.
The (NM_001749.4):c.210-2A>G23 variant alters the highly
conserved AG acceptor splicing site before coding exon 2
(Figure 1B, right). The variant was confirmed by Sanger
sequencing and segregated with the disease in the family. In
both parents, the variant was heterozygote, whereas the
variant was absent from the healthy sibling (Figure 1A).
RNA expression analysis identified 2 aberrant CAPNS1
transcripts in patient P5, one with a loss of coding exon 2,
and the other one used a cryptic splice site within coding
exon 2 (c.213_214). Normal CAPNS1 RNA transcripts were
not identified. Both aberrant transcripts are predicted to result
in frameshift with creation of a premature stop codon
(p.(Glu71Profs*40) and p.(Ser70Argfs*51), respectively).
This likely leads to the complete absence of CAPNS1 pro-
tein, which was confirmed using western blot analysis in
patient P5 (Figure 2B). Although CAPNS1 was expressed in
PBMCs from the blood of healthy controls, it could not be
detected in PBMCs from patient P5.

Both variants were absent in more than 120,000 controls
(gnomAD).25 Within gnomAD, there are 4 homozygote LoF
variants identified in a noncanonical transcript; however,
these are curated as low confidence and are likely technical
artifacts.25 Both variants identified in our patients were
classified as pathogenic (Ib and Ia) according to ACMG



Figure 1 Detailed representation of the biallelic CAPNS1 variants identified in the probands. A. Schematic drawing of the pedigrees.
Clinically affected individuals with confirmed diagnosis of pulmonary alveolar hypertension are depicted in solid black, and individuals with
suspected pulmonary hypertension diagnosis are depicted in grey. Healthy individuals are depicted in solid white. Abortion is illustrated as a
triangle. Deceased individuals are denoted by a slash, with age of death indicated. Consanguinity is indicated by double lines. +/+ variant
was identified in homozygote, +/− variant was identified in heterozygote, na/na no genetic information. B. Consequences on splicing of the
identified CAPNS1 variants. The variant identified in family A resulted in skipping of coding exon 8. The variant identified in family B
resulted in 2 aberrant transcripts, 1 with skipping of coding exon 2 and 1 using a cryptic splice site within coding exon 2 (between c.213 and
c.214), indicating by an asterisk. C. Complementary DNA analysis in patient P3 confirmed the skipping of coding exon 8, without a shift in
the reading frame. D. Schematic protein structure. Calpain consists of the catalytic subunit (CAPN1/2: blue) and the regulatory subunit
(CAPNS1: orange). Both harbor the penta EF-hand motif, essential for Ca2+ binding and heterodimerization. The in-frame deletion of coding
exon 8 in family A will potentially result in a CAPNS1 protein lacking the fourth and fifth EF-hand domain (shaded in red). EF, Helix-Loop-
Helix; GERP, Genomic Evolutionary Rate Profiling.
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guidelines (PVS1, PM2, PM4, PP1, PP3 and PVS1, PS3,
PM2, PP1, PP3, respectively).22

Screening of rare CAPNS1 variants in reference
population

Proband P5 was recruited by the NIHR BioResource for
Translational Research–Rare Diseases to participate in the
large-scale sequencing reference population of 13,037 in-
dividuals, including 1150 individuals associated to PAH.
The sequencing independently confirmed that P5 carried the
biallelic CAPNS1 variant. Apart from proband P5, no bial-
lelic likely pathogenic LoF variants (minor allele frequency
< 0.001) were identified in CAPNS1, in the 13,037 in-
dividuals. This implies that biallelic LoF variants in
CAPNS1 represent a rather rare cause of monogenic PAH.



Figure 2 Further analyses in the probands' blood and lung tissue samples. A. CAPNS1 western blot analysis. In all members of family
A with identified heterozygote CAPNS1 variant (c.721+1G>A), no aberrant CAPNS1 protein was detectable compared with HEK cells that
overexpressed this CAPNS1 variant (lane 1). All samples demonstrated only 1 band, at the correct height, similar to healthy controls
(CAPNS1 = 28 kDA). Of note, GAPDH was used as a loading control (separate blot). B. The aberrant CAPNS1 protein (of the c.721+1G>A
variant) was increasingly detectable by adding increasing amounts of the proteasome blocker MG-132. In addition, GAPDH was used as a
loading control (separate blot). C. In patient P5, family B, CAPNS1 western blot demonstrates total absence of CAPNS1, in comparison with
healthy controls. Furthermore, GAPDH was used as a loading control (separate blot). D. Scanning electron microscopy analysis of lung
biopsies. Vascular corrosion casts from patient P2 and a healthy control show a cross-sectional view of the preserved lung parenchyma with
(a/b) proliferation around the bronchovascular bundles and (c/d) dilated capillary plexuses within the alveolar septae. (e/f) For comparison,
less and small alveolar capillaries in a healthy human lung. Bars: a = 500 μm, b/f = 200 μm, c/e = 100 μm, d = 50 μm. cDNA, com-
plementary DNA; GAPDH, glyceraldehyde 3-phosphate dehydrogenase; HEK, human embryonic kidney.

A.V. Postma et al. 7
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Targeted RNA sequencing of associated calpain
pathways

We performed RNA sequencing from RNA that was iso-
lated from preserved lung material to gain insight into how
the identified CAPNS1 variant affects calpain-mediated
pathways and other genes involved in angiogenesis, prolif-
eration, and apoptosis pathways (Supplemental Table 2).
The exclusive analysis of just 1 patient (P2, n = 1) had no
statistical power. Overall changes were small, explorative t
test analysis pointed out 3 genes of higher interest, illus-
trated by volcano plot analysis (Figure 3C). The genes
BMP4 (2.87x), STAT6 (1.97x), and ACVRL1 (1.80x)
showed an increased expression in patient P2 compared
with controls (Figure 3D). CAPNS1 expression was reduced
(0.43x). All results are listed in the Supplemental data
(Supplemental Table 2).
Discussion

We have identified 2 rare, homozygous variants in the
CAPNS1 gene, encoding the regulatory subunit of the cal-
pain holoenzyme. These variants segregate in 2 unrelated
families with idiopathic PH. We demonstrate that these
variants lead to absence of the regulatory CAPNS1 protein.

The calpain family is part of a bigger group of calcium
activated proteases involved in cell signaling, proliferation,
differentiation, and apoptosis.26 Conventional calpains act
as holoenzymes by heterodimerization of 1 large catalytic
subunit (80 kDa), which is encoded by CAPN1 or CAPN2,
and 1 small regulatory subunit (28 kDa), which is encoded
by CAPNS1. Both, the catalytic and the regulatory subunits
have a similar structure of 5 Helix-Loop-Helix (EF)-hand
domains, required for calcium binding and heterodimeriza-
tion (Figure 1D).26 In addition, the regulatory subunit has a
suspected chaperone-like function, assumed to be necessary
for the conformational changes that are essential for stabi-
lization, calcium-dependent activation, and inhibition by
calpastatin.27

We demonstrated that the CAPNS1 variant in family A
resulted in loss of coding exon 8. This exon harbors the fifth
EF-hand domain in the regulatory subunit, which is neces-
sary for the interaction with the catalytic subunit, when
forming the calpain holoenzyme.27,28 Subsequent western
blot analysis of family A did not detect an aberrant shorter
protein, most likely the result of proteasome-induced
degradation. The importance of these EF-hand domains is
highlighted by studies in transgenic mice, as one of the
knockouts of Capn4 (the murine homolog to CAPNS1)29

was generated with a loss of the C-terminal 38 amino
acids representing the fifth EF-hand domain, similar to
family A. This disruption of Capn4 resulted in the total loss
of all calpain activity, possibly based on the assumed
destabilization of the calpain holoenzyme. These Capn4−/−-

mice were not viable and they died at embryonic day 11.5
because of abnormal vascularization and a cardiac devel-
opmental defect.29 The early death limits its further use as a
PH disease model, but it does highlight the difference in
phenotype and survival between mouse and humans in
terms of absent CAPNS1 protein, because homozygous
patients in both families A and B were born alive and lived
months to years, in the absence of CAPNS1 protein. One
possible explanation is that the calpain pathways are
differently regulated between these 2 species and that cal-
pain stability and function in humans is retained in absence
of the regulatory protein. Such a mechanism could work via
alternative homodimerization of 2 catalytic subunits, as seen
in other calpain family members (ie, CAPN3).30,31

Despite similar lines, the 2 families presented an apparent
degree of variability in the onset and course of disease. It is
important to point out that pathogenic variants in PAH-
associated genes display a high level of incomplete pene-
trance, which is likely caused by additional genetic, epige-
netic, and/or environmental factors that contribute to disease
progression.5 Another possible explanation would be the so-
called poison-peptide scenario.32 It is well known that the
absence of naturally expressed proteins can be recognized
by cells, and this, in turn, can lead to expression changes of
relevant proteins that can compensate for the loss of the
main protein.33 However, such a compensating mechanism
is less efficient or absent in cases in which aberrant proteins
are produced. Even though we did not detect a shortened
CAPNS1 protein in our experiments in whole blood from
family A, it is possible that such a shortened protein is
produced in other cells or organs, thereby contributing to the
disease. One possible candidate to compensate the CAPNS1
loss could be CAPNS2, a regulatory subunit significantly
similar to CAPNS1 and calpain that is able to interact with
both regulatory subunits.34 However, because of the large
number of 15 calpain isoforms identified to be present in
most tissues, our knowledge on the organization and func-
tions of the signaling pathways regulated by these proteases
is very limited.26 Taken together, it is as yet unclear why
there are phenotypic differences between the 2 families, and
future experiments might be able to address this.

In general, we hypothesize that the variations in both
affected families lead to an increase in calpain activity
because of the loss of the regulatory subunit and the
consequent loss of inhibition via calpastatin (Figure 3A and
B). This hypothesis was in-line with the observed differ-
ences in the expression levels of ACVRL1 and BMP4
(Figure 3D) using targeted RNA sequencing in the lung
tissue available from patient P2. Both genes play an
essential role in the BMP/TGF-β pathway (Figure 3B),
which is already known to be associated with the patho-
genesis of PAH8,10 and in which calpain plays a significant
role, that is, by the degradation of SMAD2, an important
part of the downstream signaling of TGF-β pathway
(Figure 3B). The balance between BMP and TGF-β pathway
is crucial for the regulation of vascular remodeling,
inflammation, hypertrophy, and fibrosis, especially in the
lungs and heart.35 The switch toward ACVRL1 and SMAD1/



Figure 3 Downstream signaling of calpain in theory and RNA analysis in lung tissue sample of proband P2. A. The calpain ho-
loenzyme is inactive in bound form because of the inhibition via calpastatin. After ubiquitination of CAPNS1 subunit, calpain is active.
B. The loss of calpain subunit is assumed to cause a loss of inhibition via calpastatin. Calpain plays a key role in TGF-β pathway by
degradation of phosphorylated SMAD2. The TGF-β and BMP pathways build 2 arms of an angiogenesis balance. The loss of calpain
regulation is suspected to lead to an unbalanced angiogenesis. C. Multiple t test analysis using GraphPad Prism 9.3.1 is illustrated in volcano
plot, by plotting the significance (false discovery rate) vs the differences in the counts of RNA molecules. Volcano plot marks the genes of
interests of RNA NanoString analysis in patient P2. D. The counts of RNA molecules were normalized, and the gene expression ratio
between patient P2 compared with the mean of controls was calculated using nSolver Analysis Software v.4.0. The normalized log2 counts of
most informative changes in the gene expression are displayed.
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5/9, as indicated in our patient P2, could be caused by the
increased degradation of SMAD2 and would consequently
promote angiogenesis.35 This is furthermore supported by
the fact that the overexpression of ACVRL1 has been pre-
viously described in various animal models with PAH.36

Furthermore, an increase in BMP4 levels in mice leads to
the hemorrhage of capillary endothelial cells in the brain
and lung.37 In addition, the targeted RNA sequencing
revealed an increased expression in STAT6. The degradation
of STAT6 is directly regulated by the interaction of
CAPNS1 with RIP140.38 STAT6 is involved in the
endothelial-to-mesenchymal transition, inflammation, and
cytokine recruitment. Hence, the loss of CAPNS1 may
result in an increased STAT6 expression with a consequently
increased polarization of M2 macrophages, promoting
further angiogenesis and tissue remodeling.

Taken together, we propose that the loss of the regulatory
calpain subunit might, in turn, promote proangiogenesis
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factors. This would be consistent with the observed aberrant
angiogenesis in lung tissue from patient P2 that was charac-
terized as sprouting and intussusceptive angiogenesis. The
latter in particular is a rapid process of intravascular septation
that produces 2 individual lumens from a single vessel within
minutes to hours.39 This rapid form of vascular expansion can
lead to early death by right heart ventricular failure,39 which
has been demonstrated in the clinical course of all affected
subjects in family A, who all died before the age of 2. In
addition, previous studies identified one other Mendelian
human disease with a gain-of-calpain function: neovascular
inflammatory vitreoretinopathy (#MIM 193235). It is asso-
ciated with heterozygous CAPN5 variants, which are
nonclassical calpain proteases that act independently without
a regulatory subunit.40 This demonstrates that aberrant cal-
pain function can cause aberrant vascularization.

In conclusion, we propose that proper calpain activity is
necessary for normal development of the pulmonary vessels.
Aberrant calpain activity caused by the absence of CAPNS1
in our patients will lead to abnormal pulmonary vessels
characterized by sprouting and intussusceptive angiogen-
esis, and eventually contribute to PAH. Although we
observed some hints from the RNA expression analysis, the
precise mechanism by which the absence of CAPNS1 leads
to disturbed angiogenesis and disease is subject of further
study. Nevertheless, to our knowledge, our data highlight,
for the first time in humans, the involvement of the
CAPSNS1 gene in the development of PAH. We further
demonstrate that PAH can be caused by rare biallelic LoF
variants in CAPNS1 and propose that the screening of this
gene should be considered in patients affected by PAH,
especially in those with a suspected autosomal recessive
inheritance.
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