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Abstract: The Ehlers-Danlos syndromes (EDS) constitute a heterogenous group of connective tissue
disorders characterized by joint hypermobility, skin abnormalities, and vascular fragility. The latest
nosology recognizes 13 types caused by pathogenic variants in genes encoding collagens and other
molecules involved in collagen processing and extracellular matrix (ECM) biology. Classical (cEDS),
vascular (vEDS), and hypermobile (hEDS) EDS are the most frequent types. cEDS and vEDS are caused
respectively by defects in collagen V and collagen III, whereas the molecular basis of hEDS is unknown.
For these disorders, the molecular pathology remains poorly studied. Herein, we review, expand,
and compare our previous transcriptome and protein studies on dermal fibroblasts from cEDS, vEDS,
and hEDS patients, offering insights and perspectives in their molecular mechanisms. These cells,
though sharing a pathological ECM remodeling, show differences in the underlying pathomechanisms.
In cEDS and vEDS fibroblasts, key processes such as collagen biosynthesis/processing, protein folding
quality control, endoplasmic reticulum homeostasis, autophagy, and wound healing are perturbed.
In hEDS cells, gene expression changes related to cell-matrix interactions, inflammatory/pain responses,
and acquisition of an in vitro pro-inflammatory myofibroblast-like phenotype may contribute to the
complex pathogenesis of the disorder. Finally, emerging findings from miRNA profiling of hEDS
fibroblasts are discussed to add some novel biological aspects about hEDS etiopathogenesis.

Keywords: autophagy; collagen III; collagen V; Ehlers-Danlos syndrome; endoplasmic reticulum;
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1. The Extracellular Matrix: An Overview

Connective tissues have an extracellular matrix (ECM) with a specific composition generated
during embryogenesis and maintained in adult life. The ECM is a complex network that provides
a structural scaffold to the surrounding cells and is a reservoir of bioactive molecules such as
cytokines and growth factors that control cell behavior [1]. The main ECM components include
proteoglycans, hyaluronic acid, adhesive glycoproteins such as fibronectin and laminins, and fibrous
proteins like collagens and elastin [2]. Matricellular proteins such as thrombospondins, osteopontin,
periostin, and tenascins are non-structural ECM proteins, primarily acting as mediators of cell–matrix
interactions, which are abundantly expressed during embryonic development, wound healing,
and tissues renewal [3].

The human matrisome consists of about 300 macromolecules comprising the “core matrisome”, which is
composed of many different collagens, proteoglycans (e.g., aggrecan, versican, perlecan, and decorin),
and glycoproteins (e.g., laminins, elastin, fibronectin, thrombospondins, and tenascins) [4]. Matrisome also
includes many matrisome-associated proteins and ECM-regulators, i.e., ECM-cross-linking (e.g., lysyl
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oxidases, transglutaminases) and ECM-modifying enzymes (e.g., proteases and their inhibitors)
together with secreted factors including transforming growth factor β (TGFβ), wingless integrated
(Wnt), and multiple cytokines [5].

Collagens represent the major ECM structural components and play a central role in providing
the structural integrity of several connective tissues (e.g., cartilage and bone) and various organ
systems including skin, lungs, blood vessels, and cornea. Collagens are also involved in cell adhesion,
chemotaxis, and migration [1,2]. The dynamic interplay between cells and collagens regulates tissue
remodeling during growth, differentiation, morphogenesis, and wound healing [6,7]. The common
molecular feature of collagens is their triple helical structure, which consists of three collagenous
α-chains with the typical recurring (Gly-Xaa-Yaa)n tripeptide sequence. The presence of glycine
residues in the collagenous domain is essential for stability and correct assembly of the triple helix.
Collagen biosynthesis, assembly, and maturation require a sequence of well-controlled intracellular
and extracellular events (for review see [8,9]). Collagen I is the most abundant type expressed in bone,
cornea, dermis, and tendon. Collagen III is primarily present in the tunica media of the blood vessels
and hollow organs (e.g., uterus, intestine). Collagen V is widely distributed, especially in dermis,
tendons, and muscles, playing a central role in collagen I fibrillogenesis [9]. These fibrillar collagens
form structures necessary to ensure the strength and structural integrity of the ECM of all connective
tissues and organs of the body [10].

Fibronectin is a dimeric and fibrillar glycoprotein ubiquitously organized in the ECM of all tissues
and is also present in soluble form in the plasma. Cellular fibronectin self-assembles in fibers and
binds collagens, fibrin, proteoglycans, and cell surface receptors, providing cell growth, adhesion,
and migration. During wound healing, it forms a provisional matrix with fibrin and enters in the
granulation tissue formation in the late phase of re-epithelization [11].

In addition to ensuring physical support and structural integrity, the proper ECM composition
and organization are crucial for cell health. ECM undergoes a continuous turnover either under
physiological or in pathological circumstances, and its homeostasis is critical for connective tissues
architecture and function [12,13]. Integrins are specific cell surface receptors that mediate the complex
cell-matrix interactions. These bridging molecules, which are heterodimeric transmembrane receptors
containing α and β subunits, connect ECM to cytoskeleton by interacting via their extracellular domain
with collagens and other matrix molecules and via their cytoplasmic tails with cytoskeleton components
(e.g., actin, vinculin, talin, paxillin), thus mediating cell adhesion and motility [14,15].

2. Pathological ECM Remodeling and Perturbation of Cellular Homeostasis

Cell-matrix interaction via integrins is crucial for cell survival and tissue homeostasis. Prolonged
loss of integrin-mediated cell–ECM adhesion leads to anoikis [16]. Under physiological conditions,
ECM detachment triggers anti-apoptotic signals as a cell survival mechanism to delay the onset of
anoikis. One of such signaling pathways is autophagy, which is a highly conserved cellular catabolic
process that promotes homeostasis and mitigates the stress due to ECM detachment [17]. Autophagy is
essential for cellular maintenance and homeostasis by promoting the turnover of macromolecules and
organelles via the lysosomal degradative pathway [18]. Physiological and pathological changes in the
ECM composition play a crucial role in modulating autophagy activity [19,20]. For instance, deficiency
of collagen VI, which is associated with a spectrum of different myopathic conditions, perturbs ECM
architecture, impairs the autophagic flux, and activates pro-apoptotic signals [21]. Autophagy, in turn,
contributes to the maintenance of endoplasmic reticulum (ER) function by mediating its turnover
through the autophagic sequestration of ER fragments into autophagosomes, the so-called ER-phagy
process [22].

ECM components also modulate immune cell migration into inflamed tissues and their activation
and proliferation [23]. The stimulation of the innate immunity results from the recognition of specific
mediators, namely pattern recognition receptors, which, in turn, recognize molecules, referred
as danger-associated molecular patterns, which are released from damaged tissues [24]. It is well
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documented that different ECM components or their fragments including the fibronectin 1 extra domain
A, one of the alternative spliced regions of fibronectin encoding gene, tenascin-C, fibrinogen, and several
proteoglycans, serve as danger signals and trigger immune responses following tissue damage or in
response to pathological ECM remodeling [24,25]. In fibrotic conditions, increased ECM production,
accumulation of ECM fragments, augmented secretion of cytokines, fibroblast-to-myofibroblast
transition, and activation of immune responses, dependent on toll-like receptors, occur [26].
The regulation of ECM synthesis and remodeling is central for human health, as recognized in
different heritable connective tissue disorders [1,27]. Indeed, molecular defects in a large range of
ECM-related genes, including those encoding enzymes involved in biosynthesis or processing of ECM
proteins, cause a myriad of connective tissue disorders, e.g., Ehlers–Danlos syndromes, Osteogenesis
imperfecta, Marfan syndrome, Loeys–Dietz syndromes, arterial tortuosity syndrome, and numerous
skeletal dysplasias [1,27]. These disorders are characterized by a multisystem involvement in terms of
cardiovascular, skeletal, and cutaneous features [28], highlighting the functional relevance of the ECM
in ensuring the integrity and function of several connective tissues.

The pathological consequences of defects in ECM components depend on the balance between
extracellular effects, e.g., reduced protein secretion and export of misfolded proteins, and intracellular
consequences such as apoptosis activation, ER dysfunction, and autophagy perturbation that impact
in different ways on the molecular pathology and disease severity [27,29–31].

3. Ehlers-Danlos Syndromes

Ehlers-Danlos syndromes (EDS) represent a clinically and genetically heterogeneous group of
conditions that share a variable combination of skin hyperextensibility, joint hypermobility, and internal
organ and vessel fragility [32]. The 2017 international classification of the Ehlers-Danlos syndromes
recognizes 13 subtypes, which are caused by pathogenic variants in 19 different genes, mainly encoding
fibrillar collagens and collagens-modifying proteins [32]. EDS types are grouped based on the
underlying genetic and pathogenetic mechanisms in disorders related to (i) collagens primary structure
and processing (COL1A1, COL1A2, COL3A1, COL5A1, COL5A2 and ADAMTS2), (ii) collagens folding
and cross-linking (PLOD1 and FKBP14), (iii) structure and function of the myomatrix, i.e., the specialized
ECM of muscle (TNXB and COL12A1), (iv) glycosaminoglycans biosynthesis (B4GALT7, B3GALT6,
CHST14, and DSE), (v) complement pathway (C1S and C1R), and (vi) intracellular processes (SLC39A13,
ZNF469, and PRDM5). The classical (cEDS), vascular (vEDS) and the molecularly unsolved hypermobile
(hEDS) EDS forms account for more than 90% of patients. Recently, a new and very rare EDS variant
has been identified that is caused by biallelic mutations in the AEBP1 gene (Table 1) [33–36].

The new nosology proposed for each subtype a set of major, minor, and minimal criteria addressing
clinical suspicion for a specific EDS type and confirmatory molecular testing. For a comprehensive
overview of all EDS forms see the landmark work by Malfait and colleagues [32].

The decrease in the tensile strength and integrity of skin, joints, and hollow organs is a common
disease mechanism shared by the different EDS types [37]. This mechanical weakness is considered
the driving factor of connective tissue fragility, even if it is likely that multiple cell-matrix interplays
and involvement of distinct intracellular signaling pathways contribute to the molecular pathology of
the different EDS phenotypes [38].

In the following chapters, we will review and expand the results derived from our previous
transcriptome and in vitro studies on cEDS, vEDS, and hEDS patients’ dermal fibroblasts. Taken together,
these studies highlighted that the alteration of the ECM structural integrity is a common disease factor
contributing to the pathogenesis of all these conditions.
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Table 1. EDS types grouped according to the underlying genetic defect and pathomechanisms.

EDS Type IP Gene Protein

Group A: disorders of collagen primary structure and collagen processing

Classical EDS (cEDS) AD Major: COL5A1, COL5A2
Rare: COL1A1

COLLV
COLLI

Vascular EDS (vEDS) AD COL3A1 COLLIII

Arthrochalasia EDS (aEDS) AD COL1A1, COL1A2 COLLI

Dermatosparaxis EDS (dEDS) AR ADAMTS2 ADAMTS-2

Cardiac-valvular EDS (cvEDS) AR COL1A2 COLLI

Classical-like 2 EDS A (cl2EDS) AR AEBP1 ACLP

Group B: disorders of collagen folding and collagen cross-linking

Kyphoscoliotic EDS (kEDS) AR PLOD1
FKBP14

LH1
FKBP22

Group C: disorders of structure and function of myomatrix

Classical-like EDS (clEDS)
Myopathic EDS (mEDS)

AR
AD/AR

TNXB
COL12A1

Tenascin X
COLLXII

Group D: disorders of glycosaminoglycan biosynthesis

Spondylodysplastic EDS (spEDS) AR B4GALT7
B3GALT6

β4GalT7
β3GalT6

Musculocontractural EDS (mcEDS) AR CHST14
DSE

D4ST1
DSE

Group E: disorders of complement pathway

Periodontal EDS (pEDS) AD C1R
C1S

C1r
C1s

Group F: disorders of intracellular processes

Spondylodysplastic EDS (spEDS) AR SLC39A13 ZIP13

Brittle Cornea Syndrome (BCS) AR ZNF469
PRDM5

ZNF469
PRDM5

EDS type molecularly unsolved

Hypermobile EDS (hEDS) AD Unknown Unknown
A New EDS variant recently defined in [33–36]. AD: autosomal dominant; AR: autosomal recessive; IP:
inheritance pattern.

In cEDS and vEDS fibroblasts, the ECM disarray is a direct consequence of molecular defects in
respectively collagen V and collagen III that impair common molecular functions essential to guarantee
adequate folding and maturation of proteins and biological processes crucial for cell survival and
homeostasis. The ECM disorganization observed in hEDS cells may be a consequence of an excessive
pathological turnover, mainly due to ECM-degrading enzymes and other so far unknown factors,
which might be primary contributors involved in the transition to a pro-inflammatory myofibroblast-like
phenotype. Consistently, the perturbation of distinct transcriptional patterns observed in cEDS, vEDS,
and hEDS fibroblasts pointed out different disease mechanisms underlying the pathophysiology of
these EDS cell types.

Altogether, these insights represent a starting point for future investigations on the numerous
pathobiological aspects underlying these conditions. An overview of the biological findings emerged
from transcriptome and in vitro studies on dermal fibroblasts from cEDS, vEDS, and hEDS patients is
summarized in Table 2.



Genes 2019, 10, 609 5 of 22

Table 2. Overview of the biological processes dysregulated in cEDS, vEDS, and hEDS patients’ dermal
fibroblasts emerged from transcriptome and in vitro studies.

Insights in the Pathogenesis of
cEDS, vEDS, and hEDS

Transcriptome Findings
on Patients’ Fibroblasts

In Vitro Studies
on Patients’ Fibroblasts

Perturbed Biological Processes cEDS vEDS hEDS cEDS vEDS hEDS

ECM disorganization + + + + + +

Altered cell-matrix interactions − − + + + +

Disturbed cell-cell contacts − − + − − +

Fibroblast-to-myofibroblast transition − − + − − +

Altered inflammatory responses + − + − na +

Perturbed cell migration + + − + + +

Defective wound healing + + − + na na

Survival from anoikis − − − + + na

Collagens biosynthesis/processing + + − na + na

ER homeostasis/protein folding + + − na + na

+: detected by transcriptome or in vitro studies, −: not experimentally detected by transcriptome or in vitro studies,
na: not ascertained.

4. Classical Ehlers-Danlos Syndrome

Classical EDS (cEDS, OMIM#130000) is characterized by marked skin involvement, generalized
joint hypermobility, and abnormal wound healing [32,39]. Most patients harbor point mutations
or chromosomal rearrangements in COL5A1 or COL5A2 genes encoding the collagen V [40,41].
This collagen is abundantly distributed in a variety of tissues as heterotrimers, which co-assemble with
collagen I to form heterotypic fibrils [42].

Collagen V knockout mice synthesize and secrete normal amounts of collagen I, but collagen
fibrils are absent, and the animals die at the onset of organogenesis, supporting the crucial role of
collagen V for embryonic development [43].

Collagen V haploinsufficiency is the most common molecular defect caused by COL5A1 null
alleles, whereas rare COL5A1 variants and the majority of COL5A2 mutations reported so far affect
collagen V structural integrity by exerting a dominant negative effect [40,41].

5. Altered ECM Turnover, Wound Healing, and Inflammation in cEDS Fibroblasts

Although the reduced availability of collagen V is crucial in the pathogenesis of cEDS, the molecular
aspects contributing to the pathophysiology of the disorder remain poorly characterized. Our in vitro
findings demonstrated that cEDS patients’ fibroblasts show disassembly of many ECM components,
including collagen V and III, fibronectin, and fibrillins, and disorganization of collagen- and
fibronectin-specific α2β1 and α5β1 integrin receptors [44–47]. cEDS cells also exhibit a reduced
in vitro migration capability, an abnormal wound healing response, and a crosstalk involving the αvβ3
integrin and epidermal growth factor (EGF) receptor that rescues them from anoikis [44–50]. In line
with these in vitro findings, Col5a1 and Col5a2 deficient mice show a defective wound healing response
and reduced cell migration [51,52].

Transcriptome profiling of cEDS fibroblasts added new insights into the complex molecular
mechanisms involved in the maintenance of ECM homeostasis and proper wound healing, since patients’
cells showed the dysregulated expression of many genes encoding matricellular and soluble proteins
with prominent functions in cell proliferation and migration, collagen assembly and ECM remodeling
during wound healing, i.e., SPP1, POSTN, EDIL3, IGFBP2, and C3 [47]. Wound healing is a highly
controlled multistep process involving several growth factors, cytokines, matrix metalloproteases,
and cellular receptors, as well as proper crosstalk of different ECM constituents essential for ensuring
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tissue regeneration [53]. In addition to ECM glycoproteins and collagens, many other matricellular
proteins including osteopontin, periostin, and tenascins are required for the formation of a provisional
ECM during wound repair [54,55].

Osteopontin encoded by SPP1, which shows a decreased expression in patients’ cells, is involved
in several physiological processes related to inflammation, biomineralization, cell viability, and wound
healing [56,57]. Through its interaction with the αvβ3 integrin, osteopontin facilitates the adhesion
of bone cells during bone tissue formation by stimulating a mineralized collagen ECM [58,59].
Finally, the functional role of osteopontin in the ECM reorganization during wound healing is crucial,
since Opn-deficient mice show ECM disorganization and disassembly of collagen fibrils in the deep
layers of wound sites [60].

In cEDS fibroblasts, the decreased expression of periostin encoded by POSTN may also contribute
to the generalized ECM disarray and in vitro poor wound healing [44,48]. Indeed, periostin plays
an important role in ECM structure and organization and particularly in collagen assembly, by acting
as a scaffold protein for the bone morphogenetic protein 1, which facilities the proteolytic activation of
lysyl oxidase that, in turn, catalyzes the covalent cross-link formation of collagens [61]. Consistently,
Postn-deficient mice exhibit marked reduction of collagen cross-linking and increased levels of collagen
fragments owing to proteolytic digestion [62,63]. Periostin also acts as a pro-survival protein in
many cellular circumstances by interacting with αvβ3 and αvβ5 integrin receptors and mediating the
activation of several intracellular signaling pathways [64]. In wound sites, it promotes activation of
fibroblasts during wound contraction and stimulates collagen assembly and ECM reorganization [65,66].
POSTN not only shows a diminished expression in vEDS cells but also in dermal fibroblasts from
patients with FKBP14-kEDS [67], further emphasizing the crucial role of periostin as a scaffold
matricellular protein necessary for collagen assembly and ECM stability.

EDIL3 (EGF-like repeat- and discoidin I-like domain-containing protein 3), the most
down-regulated transcript in cEDS fibroblasts, encodes an ECM-associated protein that promotes
angiogenesis in vitro through binding to αvβ3 and αvβ5 integrins [68]. It stimulates cell migration and
proliferation, mediates apoptotic cell phagocytosis, regulates neutrophil recruitment to the inflamed
tissue, and prevents chondrocyte anoikis through its interaction with the αvβ3 integrin [69–71].

IGFBP2 (insulin-like growth factor-binding protein 2), the most up-regulated gene in cEDS cells,
enhances cell migration in different cell types through its binding to αvβ3 and α5β1 integrins [72,73].
Its high expression in cEDS cells might represent a transcriptional response in the attempt to counteract,
at least in vitro, their reduced migration capability [48,49].

Of note is also the marked up-regulation of the complement factor C3 belonging to a complex
network of plasma and membrane proteins involved in the innate immunity [74]. Complement
can modulate the inflammatory response during wound healing to restore tissue injury; however,
its unbalanced or prolonged activation can exacerbate inflammation, delaying the physiological wound
healing [75]. Specifically, C3 functions as a negative regulator of tissue healing, since C3-deficient mice
exhibit an increased wound healing and angiogenesis [76].

Taken together, these gene expression abnormalities expand the current understanding of altered
molecular mechanisms underlying the deficient wound healing response observed in cEDS cells.
Additional functional work might help to establish the concrete involvement of these proteins
including the αvβ3 integrin in the impaired wound healing, which likely leads to the cutaneous
manifestations of cEDS [39,77].

6. Perturbation of ER Homeostasis and Autophagy in cEDS Fibroblasts

ER is a fundamental cellular organelle involved in the maintenance of numerous aspects of cell
health by ensuring folding and exporting of secretory or transmembrane proteins [78]. The biosynthesis,
processing, and integrity of collagens and other ECM structural constituents are critical for intracellular
proteostasis [79]. To restore intracellular equilibrium, the ER counteracts the accumulation of aggregated
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or misfolded proteins by means of quality control mechanisms such as unfolded protein response,
ER-associated degradation, and autophagy [80].

In cEDS fibroblasts, a possible unbalance of ER homeostasis and autophagy was assumed given
the decreased expression of many associated genes such as DNAJB7, ATG10, CCPG1, and SVIP [47].
DNAJB7 encodes a member of the J protein/heat shock protein family acting as ER chaperones in the
quality control of aggregate protein [81]. ATG10 is a member of the autophagy related proteins family
that participates to the generation and expansion of autophagosomes [22]. The protein encoded by
CCPG1 acts as an ER-phagy cargo receptor facilitating the attachment to growing autophagosomes of
the microtubule-associated LC3 protein that is crucial for autophagosome maturation [22,78,82].

CCPG1 plays a key role in the ER proteostasis, since its deficiency causes accumulated insoluble
proteins and consequent ER dilation [83]. A recent study reported the contribution of ER-phagy in
the selective degradation of misfolded procollagen I molecules via a calnexin-FAM134B complex [84].
Furthermore, inefficient procollagen folding in the ER may induce autophagy as a cytoprotective
mechanism [85]. Based on these findings, it is reasonable to speculate a possible role of CCPG1 in
this autophagy-dependent mechanism and that its decreased expression in cEDS fibroblasts might
impair the ER quality control. The disturbance of ER homeostasis in cEDS is also suggested by the
decreased transcription of the small VCP/p97-interacting protein (SVIP), which is a modulator of the
ER-associated degradation pathway [86,87]. Previous and recent data highlighted the contribution
of SVIP in the regulation of autophagy, since its overexpression is associated with increased LC3
lipidation and attenuation of hepatic fibrosis by the induction of the autophagic flux [88,89].

The impairment of ECM organization, matrix-cell interactions, and the activation of
ECM-dependent intracellular signaling may elicit autophagy [18,19]. Cell detachment from the
ECM activates the autophagy pathway that, in turn, protects cells from anoikis [90]. Moreover,
depletion of autophagy regulators is associated with induction of pro-apoptotic signals, decrease of
collagen degradation via lysosome pathway, and regulation of cell adhesion [90,91]. In line with these
observations, the aberrant expression of collagen V and defective remodeling of ECM in cEDS cells
might affect ER homeostasis and autophagy, and consequently activate a pro-survival mechanism
mediated by a crosstalk between αvβ3 integrin and EGF receptor [45,50]. Additional studies are needed
to better elucidate the contribution of these processes in the molecular pathology of cEDS.

7. Vascular Ehlers-Danlos Syndrome

Among the different EDS forms, vascular EDS (vEDS, OMIM#130050) is the most severe type and
is primarily characterized by life-threatening features of tissue fragility leading to arterial dissection or
aneurysm, gastrointestinal ruptures, and pregnancy complications at a young age [92,93].

vEDS is caused by mutations in COL3A1 encoding collagen III that shows a predominant
expression in blood vessels and hollow organs [94]. Most disease-causing variants in COL3A1 are
glycine substitutions that destroy the triple helical winding, thus altering the structural integrity
of collagen III due to misfolded procollagen III in the ER, and thereby impairing the secretion and
deposition into the ECM of functionally mature molecules [95,96].

Col3a1 deficient mice show a reduced lifespan mainly due to arterial ruptures and abnormalities
of collagen fibril organization in several collagen-rich organs, i.e., aorta, skin, lung, and bowel [10].

Our previous protein findings on cultured patients’ fibroblasts showed that dominant negative
mutations in COL3A1 lead to the reduced secretion of collagen I into the ECM [44], consistent with
the known regulatory role of collagen III in synthesis and deposition of heterotypic fibrils that largely
contain collagen I [96].

8. Disturbance of ECM Organization, Collagens Processing, and ER Homeostasis in vEDS Fibroblasts

Although it is well known that the disruption of the collagen III triple helical structure leads
to abnormal protein folding, different biological aspects of the vEDS pathogenesis are not yet fully
studied. In line with cEDS and hEDS transcriptome profiling, vEDS fibroblasts show the differential
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expression of several genes encoding structural constituents of the ECM, further supporting the notion
that abnormal ECM remodeling is a common denominator of these conditions [50,97].

vEDS cells showed a marked decrease in expression of the fibrillin 2 encoding gene (FBN2).
Fibrillins are essential structural ECM components involved in the organization of blood vessels
and dermis, and in combination with elastic fibers they act as scaffold to ensure tissue elasticity [98].
Moreover, fibrillins interact with elastin microfibril interface-located proteins (EMILINs) and facilitate
their incorporation into the dermal ECM [99].

Fibrillins also regulate the bioavailability of the TFGβ through the interaction with latent TFGβ

binding proteins [99]. Specifically, fibrillin 2 plays a role in bone and soft connective tissue morphology
by influencing the collagen cross-linking [100].

Besides its role in elastogenesis and ECM stability, fibrillin 2 also has a role during wound
healing [101]. About this, vEDS fibroblasts share with cEDS cells the decreased expression of the related
periostin-encoding gene and show reduced migration capability [49]. Consistently, both altered wound
healing and reduced total collagen content were reported in a Col3a1 transgenic mouse model [102].

Our protein findings confirmed the pathological ECM remodeling of vEDS fibroblasts,
as a generalized fibrillin disarray in combination with the disassembly of EMILINs and elastin
network was revealed, consistent with the extreme vascular fragility observed in vEDS patients [97].
The disorganization of core proteins of the proteoglycans perlecan, versican, and decorin, which are
involved in the formation of collagen fibrils, further emphasizes the widespread ECM disarray and
altered collagens biosynthesis/secretion of vEDS cells that are consequent to collagen III defect [97].

The biosynthetic pathway of fibrillar collagens is a highly regulated process involving folding
enzymes, molecular chaperones, and post-translational modifications essential for proper protein
assembly, stability of collagen fibrils, and their transport to the cell surface [8,9]. In vEDS cells,
this complex machinery seems to be perturbed given the reduced expression of many ER-resident
enzymes involved in different steps of collagen biosynthesis, i.e., P4HA2, P4HA3, LOXL3, and FKBP14.

P4HA2 and P4HA3 encode the α-subunit of the collagen prolyl-4-hydroxylase, which catalyzes the
hydroxylation of collagen prolyl residues necessary to provide thermal stability to the collagen triple
helix. Lysyl oxidase-like 3 (LOXL3) stabilizes the formation of intra- and intermolecular crosslinks
during assembly of collagen and elastin fibrils. FKBP14 encodes a peptidyl-prolyl cis-trans isomerase
(FKBP22) that catalyzes in the ER lumen collagen folding and it functions as a molecular chaperone
for different collagens including collagen III [8,103]. Dermal fibroblasts of FKBP14-deficient patients
show a generalized perturbation of protein folding and a consequent enlargement of ER cisternae [104].
The marked decrease of FKBP22 protein levels observed in vEDS cells suggests an ER accumulation of
misfolded proteins, consistent with the possible dilation of ER cisternae evinced by immunofluorescence
analysis with the ER marker PDI [97].

Structural mutations in different collagen types disturb the assembly into hetero- or homotrimers or
lead to abnormal triple helix folding. The consequent accumulation of misfolded collagen molecules into
the ER lumen activates the proteasomal degradation system to re-establish ER proteostasis [27]. In vEDS
cells, this quality control machinery might not work properly, given the decreased transcription of
several genes encoding different catalytic and non-catalytic subunits of the proteasome complex, such as
PSMA6, PSMB6, PSMC3, and PSMD2. In addition, the reduced transcription of members belonging
to the DnaJ heat shock protein family, i.e., DNAJB7, DNAJB11, DNAJC3, DNAJC10, and DNAJC24,
and to the thioredoxin superfamily, i.e., TXN, PDIA4, PDIA5, and PDIA6, which all act as intracellular
mediators for correct protein folding and intracellular redox balance [105], further corroborates
a perturbed ER proteostasis in vEDS fibroblasts.

This imbalance can be overcome by the activation of stress-related pathways, such as unfolded
protein response and autophagy to restore basal cellular equilibrium [80]. The alteration of the ER
redox state may also trigger pro-death signals through the regulation of members of the Bcl-2 family
and activation of caspase-dependent apoptosis [106,107]. Consistently, we previously demonstrated
that vEDS fibroblasts are in a pre-apoptotic state, due to downregulation of the Bcl-2 anti-apoptotic
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protein and increased levels of caspase enzymes, and activate a cell survival mechanism through
an αvβ3-EGFR crosstalk [45,50]. However, in vEDS cells an enhanced expression of unfolded protein
response-related genes was not identified, consistent with the recent findings on cultured dermal
fibroblasts from Col3a1 transgenic mice that did not show elevated levels of the unfolded protein
response markers Bip and Chop [102]. In line with this evidence, a recent transcriptome analysis of
dermal fibroblasts from FKBP14-kEDS patients did not reveal a high expression of genes associated
with ER stress and unfolded protein response activation [67], though early data on this EDS cell type
suggested an enlargement of ER [104]. Nevertheless, given that different reports highlighted the role
of ER stress in the pathogenesis of several collagenopathies [27,108,109], further work is warranted
to explore the possible ER perturbation as a disease mechanism of vEDS to identify novel potential
therapeutic targets.

9. Hypermobile Ehlers-Danlos Syndrome

Hypermobile EDS (hEDS, OMIM#130020), mainly characterized by generalized joint hypermobility
and its complications, minor skin changes, and apparently segregating with an autosomal dominant
pattern, is still without a known molecular basis. The phenotypic spectrum of hEDS is wide-ranging
and heterogeneous and further complicated by multiple associated symptoms shared with other
heritable or acquired (autoimmune) connective tissue disorders and chronic inflammatory systemic
diseases [32,110,111].

Despite the significant advances in molecular genetic techniques, attempts to disclose the genetic
cause(s) of hEDS have been so far inconclusive. Several studies struggled to define its genetic etiology
but without compelling evidence, corroborating the hypothesis of a high genetic heterogeneity of
the condition [112–115]. The introduction of more selective clinical criteria for hEDS in the novel
classification aimed to minimize heterogeneity allows for the formation of homogeneous cohorts to
facilitate scientific research to discover the underlying genetic cause(s) of the condition [32]. Nowadays,
hEDS is considered at one end of a continuous spectrum of phenotypes, which originates from isolated
non-syndromic joint hypermobility and passing through the recently defined hypermobility spectrum
disorders (HSD) [111]. HSD refers to patients who present symptomatic joint hypermobility but do
not fulfill the new diagnostic criteria of hEDS. Recently, given the clinical continuity between hEDS
and HSD and our data on patients’ dermal fibroblasts [49], it was proposed that these disorders
might be considered as a single entity, referred to as hEDS/HSD [116], as already occurred for the
hypermobility type of EDS and joint hypermobility syndrome [117]. Until now, no validated biological
biomarkers have been identified for recognizing hEDS/HSD, which are dominated by extremely
variable phenotypes and chronic disability affecting patients’ quality of life [111,116].

In this intricate scenario, the integration of various biological knowledge could be an effective
strategy to delineate molecular mechanisms contributing to the disease pathophysiology. Transcriptome
and proteome profiling can be useful to reveal specific biological signatures, thus providing insights
not only for the understanding of the pathomechanisms but also for the identification of reliable tools
for therapeutic options [118–122].

Previous findings based on transcriptome and protein studies on a cohort of hEDS/HSD
patient-derived dermal fibroblasts represent up to now the main effort to unravel their complex
etiopathogenesis [48,123]. Proteome profiling of patients’ cells is currently ongoing to corroborate
these data, since the gene expression profiling and cellular studies on patients’ fibroblasts provided
significant clues that are likely relevant for the disease pathogenesis. In the following paragraphs we
review our past findings and discuss some novel emerging aspects, offering future perspectives for
molecular research in this field.

10. Pathological ECM Remodeling and Defective Cell-Cell Interactions in hEDS/HSD Cells

Although hEDS/HSD etiology remains elusive, patients’ skin fibroblasts show a disorganization
of the ECM like that observed in cells derived from the other EDS types. In particular, hEDS/HSD,
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cEDS, and vEDS fibroblasts exhibit a marked disorganization of collagen and fibronectin ECM and
their specific α2β1 and α5β1 integrin receptors and showed the preferential expression of the αvβ3
integrin [44,49,50,123].

Transcriptome of hEDS/HSD fibroblasts revealed the dysregulated expression of several genes
encoding either ECM glycoproteins such as elastin (ELN) and sparc/osteonectin (SPOCK), ECM
regulators, i.e., metalloproteinases (MMP16, PAPPA2) and transglutaminase (TGM2), or ECM associated
secreted factors such as secreted frizzled-related protein 2 (SFRP2) and transforming growth factor
alpha (TGFA). This ECM signature is in common with cEDS and vEDS cells, underlining that the matrix
perturbation may act as a key driving factor for the EDS pathogenesis, irrespective of the underlying
molecular defects [50].

Cells sense the intrinsic mechanical properties of the ECM and convert these stimuli into
intracellular signals [124]. In addition to integrins that primarily mediate this cell response, intracellular
signals may be triggered also through the cadherin superfamily, which are calcium-dependent
transmembrane proteins forming complex adhesions and connect to the actin cytoskeleton via numerous
proteins [125,126]. Interestingly, transcriptome profiling of hEDS/HSD cells revealed a differential
expression of many adhesion molecule-encoding genes including members of cadherins and
protocadherins, i.e., CDH2, CDH10, PCDH9, PCDHB16, PCDHB18, claudins (CLDN11), and desmosomes
(desmoplakin, DSP), which are involved in the formation of specialized cell-cell junction complexes
essential for maintaining epithelial integrity, morphogenesis, and tissue architecture [127,128].
Since these adhesion proteins can act as signaling modulators of intracellular pathways, such as Wnt,
Hippo, NF-kB, JAK-STAT that are crucial for development and organogenesis [128], their altered
expression could impact on multiple biological processes essential for embryogenesis and
tissue homeostasis.

These transcriptional changes suggested a fibroblast-to-myofibroblast transition of hEDS/HSD
cells. This phenomenon induces the formation of cells with muscle-like features that are characterized
by increased cell contractility, formation of alpha smooth muscle actin (α-SMA)-stress fibers, together
with the reorganization of cell-matrix and cell-cell contacts and cytoskeletal architecture [127,129–131].
Our in vitro studies confirmed the phenotypic conversion of hEDS/HSD fibroblasts into migrating
myofibroblast-like cells, since they express the typical markers α-SMA and cadherin-11 and show
augmented levels of the protease MMP9 and an altered expression of the inflammation mediators CYR61
and CTGF [49]. This phenotypic switch is elicited by a signal transduction pathway involving the αvβ3
integrin that signals through the integrin linked kinase (ILK) and the transcription factor Snail1 [49,50].
This myofibroblast-like phenotype observed in vitro might reflect a persistent in vivo inflammatory-like
condition consistent with the patients’ systemic clinical manifestations, comprising gastrointestinal
dysfunction, increased susceptibility to osteoarthritis, chronic generalized musculoskeletal pain,
inflammatory soft-tissue lesions, and neurological features [110,111].

Activation of myofibroblasts is itself part of physiological wound repair following tissue
injury, whereas in chronic injury and inflammatory fibrotic conditions their persistent activation
exacerbates the disease progression [132–135]. During fibroblast-to-myofibroblast transition, a complex
mechanochemical signaling is activated involving profibrotic secreted factors such as TGFβ and Wnt
and ECM-degrading enzymes and intracellular effectors required for stress fiber contractility [127,131].
At molecular level, the cytokine TGFβ is considered the master regulator of profibrotic processes.
A growing body of evidence has highlighted the regulation of the Wnt/β-catenin pathway by TGFβ as
well as the involvement of their downstream molecular effectors in the fibroblast-to-myofibroblast
transition and fibrotic responses [136].

As revealed by transcriptome analysis, several signaling pathways essential for cell growth and
proliferation were found to be likely perturbed in hEDS/HSD fibroblasts, i.e., TGFβ, TNF, Jak-STAT,
and PI3K-Akt [123]. Transcriptomics data also suggested the differential expression of different
Wnt-related genes including the up-regulated frizzled receptor 3 (FZD3) and the down-regulated Wnt
negative regulators PRICKLE1 and SFRP2. SFRP2, the most down-regulated transcript in patients’ cells,
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acts as a critical Wnt modulator, since it directly binds to Wnt proteins and prevents their interactions
with FZD receptors [137].

The synergistic crosstalk between TGFβ and Wnt signaling in the myofibroblast activation is
documented as well as the inhibitory role of SFRP2 in the TGFβ-dependent myofibroblast formation
and post-inflammatory fibrosis [138,139]. In this view, a possible involvement of these signaling
pathways in the pathomechanisms of hEDS/HSD can be envisaged. Our findings may offer further
clues to address important questions concerning the activation of these pathological mechanisms,
and it remains to be clarified which growth factors, i.e., TGFβ, CTGF, and key regulatory pathways
sustain the fibroblast-to-myofibroblast transition of hEDS/HSD cells.

11. Differential Expression of Genes Involved in Inflammatory, Immune, and Pain Response in
hEDS/HSD Cells

Over the past few years, clinical research described the presence of comorbidities in hEDS/HSD
patients, such as functional gastrointestinal and eosinophilic disorders [140,141], increased prevalence
of asthma [142], and chronic pain syndromes, i.e., chronic fatigue, fibromyalgia, irritable bowel disease,
and inflammatory joints conditions [111,143], though specific underlying causes and mechanisms
remain to be explored. In this regard, transcriptome of hEDS/HSD cells revealed the aberrant
transcription of a range of genes related to inflammation, pain, and immune responses, i.e., AQP9, CFD,
SPON2, PRLR, and NR4A receptors, which might impair biological functions and molecular pathways
with a potential role in the disease’s pathogenesis. Among them, patients’ cells showed the enhanced
expression of AQP9, a member of the family of water-selective membrane channels that play a role
both in antimicrobial defense and skin barrier permeability [144]. A high expression of this transporter
was detected in synovial tissues and fibroblast-like synoviocytes from osteoarthritis and rheumatoid
arthritis patients and may have a role in the pathogenesis of inflammatory synovitis [145,146].

In line with this finding, patients’ cells also showed increased mRNA levels of complement
factor D (CFD), a component of the alternative complement pathway [147], which is involved in
pathophysiological mechanisms of osteoarthritis and is considered as a potential predictive biomarker
of joint pain in patients with hip and knee osteoarthritis [148–150].

In hEDS/HSD no reliable biomarkers have been identified. A previous study identified elevated
basal serum tryptase levels due to increased TPSAB1 copy number associated with hereditary alpha
tryptasemia in individuals with multisystem complaints, i.e., joint hypermobility, sleep disruption,
irritable bowel syndrome, body pain, headache, arthralgia, and chronic gastroesophageal reflux,
partly overlapping with those frequently observed in hEDS/HSD patients [151]. In our hEDS/HSD
patients, no elevated basal serum tryptase level was observed, suggesting the absence of the association
between their clinical features and copy number variations in the TPSAB1 gene.

Other inflammation-related genes dysregulated in hEDS/HSD include SPON2, up-regulated in
patients’ cells, which encodes an ECM protein with multifunctional properties in the innate immune
system and inflammatory cell recruitment [152–154], and PRLR, showing a decreased expression
in hEDS/HSD cells, which encode the prolactin receptor implicated in inflammatory responses and
immune cells regulation [155,156]. The prolactin-PRLR axis contributes to the activation of pain-related
pathways through the sensitization of transient receptor potential channels that promote painful
sensations [157,158]. Chronic pain represents a common complaint among hEDS/HSD patients affecting
their quality of life [111,116], though specific molecular pathways or mediators of pain are still unknown.

As further evidence of unbalanced inflammatory responses in patients’ cells, transcriptome
revealed a decreased expression of the NR4A nuclear receptors (NR4A1, NR4A2, NR4A3), which act
as transcriptional regulators of inflammatory responses mediated by NF-kB signaling [159–161].
These receptors attenuate inflammatory events through inhibition of the NF-kB nuclear translocation
and induction of the expression of its inhibitor NFKBIA, which, in turn, blocks the NF-kB nuclear
localizing sequence [159]. The concomitant decreased mRNA levels of NR4A1 and NFKBIA in patients’
cells may be related to aberrant NF-kB signaling.
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Despite additional work being required to support these hypotheses, our findings depict the
complex sequence of transcriptional events that should stimulate more investigations to provide new
insights into the pathomechanisms underlying the molecular networks related to aberrant inflammatory
responses associated with hEDS/HSD.

12. Emerging Aspects of hEDS/HSD Pathophysiology by microRNAs Profiling

Transcriptome analysis may be a valuable strategy also to delineate distinct molecular signatures
related to the differential expression of microRNAs (miRNAs). miRNAs are small non-coding RNA
molecules ranging from 20–25 nucleotides in length that act mainly as negative regulators of gene
expression by promoting the degradation of target mRNAs or repressing their translation [162,163].
Aberrant miRNA expression has been reported in several pathological conditions including cancer,
musculoskeletal disorders, painful peripheral neuropathies, and fibromyalgia [164–166].

Our previous expression profiling of hEDS/HSD fibroblasts identified 19 dysregulated
miRNAs [123]. Here, we report some examples that might offer interesting clues about the possible
involvement of miRNAs in the regulation of potential targets and molecular pathways related to
inflammation and Wnt signaling that seem to have a role in the disease pathogenesis.

The most overexpressed miRNA in patients’ cells was the miR-378-3p, which is considered
a modulator of the epithelial-to-mesenchymal transition and is associated with inflammation and
fibrosis through the positive modulation of NF-kB and TNFα pathways [167,168]. miRNA-224, which is
also up-regulated in hEDS/HSD cells, is associated with the activation of the Wnt/β-catenin signaling
through the inhibition of the expression of glycogen synthase kinase 3β and SFRP2, which are known
Wnt suppressors [169]. Therefore, it is likely reasonable to assume that the enhanced expression of
this miRNA may contribute to the decreased mRNA level of SFRP2 observed in hEDS/HSD cells,
supporting the hypothesis that the aberrant signaling of the Wnt/β-catenin axis might play a role in the
disease mechanisms of hEDS/HSD.

We previously demonstrated the involvement of the ILK in the fibroblast-to-myofibroblast
switch of hEDS/HSD cells. The ILK acts downstream of the phosphatidylinositol 3-kinase signaling
pathway and negatively regulates the action of the glycogen synthase kinase 3β by phosphorylation of
a specific serine residue, further strengthening our assumption that Wnt/β-catenin signaling is involved
in hEDS/HSD pathogenesis [49,50]. Consistently, patients’ fibroblasts show a reduced expression
of the miRNA-23a, which is implicated in the Wnt pathway regulation as well, by inhibiting the
expression of FDZ5 and FDZ7 receptors [170]. Decreased levels of this miRNA were also found in
cerebrospinal fluid and serum of patients with fibromyalgia [171], a painful disorder in differential
diagnosis with hEDS/HSD [172], which might suggest a possible involvement of specific miRNA
signatures or a common disease pattern in both conditions. In addition, the altered expression of this
miRNA in synovial fibroblasts of psoriatic arthritis patients, results in the enhanced expression of
pro-inflammatory mediators and matrix degrading enzymes, further promoting joint degeneration
and synovial inflammation [173].

Several studies highlighted the contribution of miRNAs in the modulation of the expression of
ECM structural proteins and related signaling molecules, thus emphasizing the close relationship
between ECM homeostasis and inflammatory pain related conditions [174–176].

As the expression of miRNAs can be modulated to mediate the expression of their target
genes, in-depth in vitro studies on a large cohort of patients’ cells could provide further evidence
on mechanisms of action of miRNAs and their impact on diverse target genes and altered pathways
relevant for the pathophysiology of hEDS/HSD, thus offering new perspectives to identify potential
molecular therapeutic targets.
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13. Conclusions and Perspectives

Transcriptome and in vitro analyses on cEDS, vEDS, and hEDS/HSD dermal fibroblasts expanded
the knowledge about molecular mechanisms involved in the pathophysiology of these connective
tissue disorders (Figure 1).

Figure 1. Schematic illustration summarizing the processes likely involved in the pathogenesis of cEDS,
vEDS, and hEDS/HSD derived from transcriptome and in vitro studies of patients’ skin fibroblasts.

Our findings indicate that these cells share a deregulated expression of many matrix-related
genes and a widespread disarray of several ECM structural constituents, thus highlighting the
functional relevance of a proper organization and function of the ECM in providing stability
to connective tissues. In cEDS and vEDS dermal fibroblasts, the pathological ECM turnover is
directly caused by the underlying molecular defect causing abnormal expression of collagen V and
collagen III, which, in turn, perturbs key physiological processes critical for collagen processing itself
and to maintain cell homeostasis. In the absence of a known genetic etiology, the abnormal ECM
organization present in hEDS/HSD cells may be a functional consequence of excessive remodeling due
to increased levels of ECM-degrading enzymes and concomitant acquisition of a pro-inflammatory
myofibroblast-like phenotype. hEDS/HSD transcriptome profiling for the first time has shed light on
different pathobiological aspects of the disease. The dysregulated expression of genes involved in
cell-matrix interactions and specific intracellular signaling pathways may have a role in the phenotypic
switch of hEDS/HSD cells. Transcriptional changes of different genes and miRNAs involved in
molecular pathways related to pain and inflammatory response might provide further clues to dissect
the intricate biological events involved in chronic and musculoskeletal pain affecting hEDS/HSD
patients. To deepen the knowledge on hEDS/HSD pathophysiology, proteome profiling of patients’
cells is currently ongoing to decipher the complex protein network and identify potential bioactive
molecules involved in the disease pathogenesis to offer therapeutic options for hEDS/HSD patients.
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