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Abstract: Characterized by the hardening of arteries, vascular calcification is the deposition of
hydroxyapatite crystals in the arterial tissue. Calcification is now understood to be a cell-regulated
process involving the phenotypic transition of vascular smooth muscle cells into osteoblast-like
cells. There are various pathways of initiation and mechanisms behind vascular calcification,
but this literature review highlights the wingless-related integration site (WNT) pathway, along
with bone morphogenic proteins (BMPs) and mechanical strain. The process mirrors that of bone
formation and remodeling, as an increase in mechanical stress causes osteogenesis. Observing the
similarities between the two may aid in the development of a deeper understanding of calcification.
Both are thought to be regulated by the WNT signaling cascade and bone morphogenetic protein
signaling and can also be activated in response to stress. In a pro-calcific environment, integrins
and cadherins of vascular smooth muscle cells respond to a mechanical stimulus, activating cellular
signaling pathways, ultimately resulting in gene regulation that promotes calcification of the vascular
extracellular matrix (ECM). The endothelium is also thought to contribute to vascular calcification via
endothelial to mesenchymal transition, creating greater cell plasticity. Each of these factors contributes
to calcification, leading to increased cardiovascular mortality in patients, especially those suffering
from other conditions, such as diabetes and kidney failure. Developing a better understanding of the
mechanisms behind calcification may lead to the development of a potential treatment in the future.

Keywords: vascular calcification; smooth muscle cells; canonical WNT; RUNX2; BMPs; integrins;
cadherins; EndMT

1. Introduction

Mechanical influence over tissue homeostasis is a predominant feature in bone formation and
maintenance, acting as a promoter and regulator [1,2]. If the regulatory functions controlling the
development of the bone matrix become overwhelmed, such as in the case of tissue injury, mineralization
of soft tissue systems becomes a lethal phenomenon, commonly known as ectopic calcification [3].
An ever-increasing prevalence of mineralization is being recognized, specifically in vascular tissues.
Vascular calcification is a comorbid pathology alongside obesity, diabetes, and chronic kidney disease.
The buildup of hydroxyapatite crystals in various arterial layers, notably the tunica media (Figure 1),
promotes hypertension, atherosclerotic plaque burden, and the erosion of arterial tissue compliance
and elastance on arteries [4]. There are many regulatory bone formation and structural proteins that
are expressed in the calcified medial arterial layers and atherosclerotic plaques, which suggest that this
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is an active process [5]. The process originates from vascular smooth muscle cells (VSMCs) that have
undergone a phenotypic switch into osteoblast-like cells. Unlike other smooth muscle cells, VSMCs can
change phenotype due to their plasticity [6,7]. Originating as mesenchymal stem cells, they possess
the ability to differentiate into a specific single-lineage based on the induction media [8]. Calcified
plaques characterized by differentiated VSMCs within arterial tissues cause a gradual decrease in
compliance and subsequently reduce the overall structural integrity of arteries [9–12]. This reduction
is dangerous as arteries are under constant levels of cyclic strain [13,14]. Due to the nature of these
consistent levels of strain, it can be inferred that, like bone, arterial tissues respond structurally and
chemically to differing levels of stress to maintain homeostasis. For bone, this process involves the
mechanically induced deposition of hydroxyapatite crystals throughout the extracellular matrix (ECM),
providing a rigid yet durable scaffold [15]. With arterial tissues, strain has shown to promote VSMC
proliferation and differentiation [16,17]. In the event of osteoblast-like differentiation, it is suggested
that the arterial matrix will be converted into bone-like matrix, forming a region of gradual plaque
growth. Under conditions of excessive strain, these regions could begin to grow into calcified plaques,
overwhelming regulatory agents. Such agents are interconnected through the canonical WNT signaling
cascade, one of the body’s primary structural pathways [18–20]. Runt-related transcription factor 2
(RUNX2) is the primary transcription factor responsible for this phenotypic shift and is a target gene
of the WNT cascade [21]. This cascade is ubiquitous across the body and evidently controls various
structural processes. During WNT-based osteogenesis, studies have demonstrated a link between
matrix receptors known as integrins, cell-to-cell receptors known as cadherins, and a set of growth
factors known as bone morphogenetic proteins (BMPs) [19,22]. Under stiff matrix conditions and
mechanical stress, specifically tension, these proteins potentially synergize with the WNT cascade to
induce further osteogenesis through RUNX2 in arterial tissues, possibly increasing calcification [23–25].
In addition to VSMCs, the underlying endothelium also contributes to vascular calcification via
endothelial to mesenchymal transition. Understanding each of these mechanisms and their role in
promoting calcification may help lead to a targeted treatment in the future.
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Figure 1. The structure of an artery wall. VSMCs are located in the tunica media, while endothelial
cells are mostly in the tunica intima [26].

2. Phenotypic Switch

During vascular calcification, VSMCs are believed to undergo a phenotypic switch to osteoblast-like
cells. The exact mechanism that initiates the phenotypic switch is unknown, but many studies research
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the mechanism behind the change to better understand calcification. For example, Essalihi, et al.
studied the expression of alpha-smooth muscle actin, tartrate-resistant acid tartrate-resistant acid
phosphate, and ED-1 on vascular smooth muscle cells, bone cells, and macrophage phenotypes,
respectively [27]. The results showed a decrease in alpha-smooth muscle actin in the calcified
VSMCs, supporting the belief that VSMCs undergo a phenotypic switch. In a research study by Patel
et al., many similarities and differences between osteoblasts and calcified VSMCs were observed.
Osteogenic genes were upregulated in the calcified VSMCs, but the amount of mRNA was much
lower than that in the osteoblasts. They concluded that even when calcified, the VSMCs are in the
early stages of osteoblast-like differentiation [28]. This transition typically occurs in environments
with high serum phosphate and calcium levels. An in vitro study done by C. M. Giachelli showed
that inorganic phosphate levels consistent with hyperphosphatemia resulted in increased deposition
of calcium in the arteries [29]. In her review, Giachelli explains how increased phosphate levels
promote calcification by inducing a phenotypic change in the smooth muscle cells, marked by increased
expression of osteochondrogenic proteins [30]. Although the exact mechanism by which calcification
takes place is unknown, the common conclusion throughout the literature is VSMCs take on an
osteoblast-like phenotype. The transition occurs in the presence of increased calcium and phosphate
and is characterized by an increase in osteogenic genes in a process resembling bone formation.
This process is tightly regulated by cell-mediated pathways, including the WNT signaling cascade.
Figure 2 displays pathways, factors, and mediators for the phenotypic switch of a VSMC.
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Figure 2. Pathways leading to the differentiation and mineralization of VSMCs to osteoblast-like
cells. Factors and mediators shown include transforming growth factor-β (TGF-β), fetuin,
hyperphosphatemia, hypercalcemia, bone morphogenetic proteins (BMPs), and nuclear factor-κB
ligand (RANKL) [31].

3. Canonical WNT Cascade

There are two major WNT pathways that regulate bodily structure: Canonical and noncanonical.
Bone formation and osteoblast differentiation is controlled by the canonical WNT signaling cascade,
which is dependent on β-catenin. Upon activation of co-receptors frizzled and low-density lipoprotein
receptor related protein 5/6 (LRP5/6), a multi-module protein, known as disheveled (DVL), interacts
with activated frizzled and recruits the multiprotein “destruction complex” to the cell membrane [32].
This complex is scaffolded by Axin and composed primarily of glycogen synthase 3 (GSK-3), casein



Bioengineering 2020, 7, 88 4 of 23

kinase 1 (CK1), adenomatous polyposis coli (APC), and β-catenin, a transcriptional coactivator of
WNT-targeted genes [33]. Once recruited, Axin binds to LRP5/6, inducing phosphorylation through
GSK-3 or CK1, and β-catenin escapes disintegration by translocating to the nucleus. Within the nucleus,
β-catenin binds with DNA-binding transcription factors and members of the T-cell factor/lymphoid
enhancer factor (TCF/LEF) family to form a complex that promotes specific genes, notably RUNX2 [34].
RUNX2 is a transcription factor required for embryonic bone formation and osteoblast differentiation. In
a study done by Gaur T. et al., both in vitro and in vivo experiments showed that WNT signaling induces
gene expression of RUNX2 in pluripotent mesenchymal and osteoprogenitor cells [35]. When the
expression of RUNX2 is increased in arterial tissues, osteoblast differentiation is promoted among the
VSMCs, increasing vascular smooth muscle cell calcification. Inhibitors of the WNT pathway can be
used to prevent calcification of VSMCs. Figure 3 displays a possible homeostatic model presenting the
effects of the WNT inhibitors and inducers.
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Figure 3. As WNT is inhibited in the homeostatic model, transcription is less likely to take place.
β-catenin from disassociated adherins junctions (AJs) could be prevented from pooling through
degradation, lowering the expression of matrix proteins.

A notable inhibitor of the canonical WNT cascade is full-length carboxypeptidase E (F-CPE).
F-CPE inhibits the WNT pathway extracellularly. It combines with the frizzled receptor and the WNT3a
ligand, forming a complex. It also decreases the expression and activity of β-catenin, which is essential
in the WNT cascade [36].

Another protein that can prevent the phenotypic switch is known as sclerostin (SOST). SOST is a
protein secreted by osteocytes that acts as a negative regulator of bone formation [36]. It antagonizes the
WNT signaling pathway by binding to the LRP5/6 co-receptors and thereby inhibiting the upregulation
of RUNX2 [9,37]. It has also been found in postmenopausal women with type two diabetes mellitus,
when there are areas of high calcification, there is also an increased level of sclerostin in the calcified
areas [38]. A study performed in our lab using an in vitro model of calcified VSMCs, sclerostin expressed
the potential to be a therapeutic treatment for vascular calcification by preventing the progression
of the WNT pathway [39]. The increased levels of sclerostin also contributed to a decrease in bone
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mineral density, which is commonly found in patients with vascular calcification [38]. By utilizing
sclerostin, the WNT pathway is inhibited, decreasing the osteogenic transdifferentiation of VSMCs.

Inducers of the WNT pathway include the hyperphosphatemia and hypercalcemia, but the splice
variant of carboxypeptidase E protein (∆N-CPE) can also induce WNT. In the study performed by
Skalka, ∆N-CPE led to upregulated β-catenin protein and TCF/β-catenin-mediated transcription.
The levels increased with each dose of ∆N-CPE [36]. Table 1 displays some inducers and inhibitors
of vascular calcification, including those belonging to the WNT pathway. Whether being induced or
inhibited, WNT results in either upregulation or downregulation of specific WNT-targeted genes.

Table 1. Vascular calcification regulatory agents, including known inducers and inhibitors.

Inducers Inhibitors

N-carboxypeptidase E F-Carboxypeptidase E
Hyperphosphatemia Sclerostin

Hypercalcemia MGP
BMP-2 and BMP-4 OPG

RUNX2 Collagen type IV
Injury and stress

4. Relevant WNT-Targeted Genes

The WNT pathway promotes calcification by upregulating genes associated with VSMC
differentiation (Table 2) [31]. RUNX2 is expressed by WNT in VSMCs under high phosphate conditions
and is a key component of osteogenic differentiation of mesenchymal stem cells alongside changes
in the VSMC phenotype. Another targeted gene, versican (VCAN) [40], is present in high levels in
areas of vascular calcification and most commonly upregulated at the site of vascular injuries [41].
Being a major component of the extracellular matrix (ECM), more prevalent expression of VCAN
has been observed in areas of fast tissue growth, suggesting a role in cell proliferation, specifically
in arterial tissues. As with most proteoglycans, it plays an anti-adhesive role, promoting cellular
migration [42]. Due to the effects of targeted gene osteoprotegerin (OPG), osteoclast differentiation
is halted through inhibiting nuclear factor-κB ligand (RANKL) [43], possibly increasing osteoblast
favorability in the affected tissues. Also affecting favorability, fibronectin, an integrin ligand, appears in
elevated levels in the matrix formed by rapidly calcifying cells, connecting WNT to integrin adherence
and matrix conditions [44,45]. As WNT regulates both osteoblast differentiation in arterial matrix and
bone formation, developing a better understanding of WNT-controlled bone remodeling may provide
insight on its role in calcification.

Table 2. WNT pathway target genes and the effect of each on the cell.

Gene Effect

RUNX2 osteogenic differentiation
RANKL Recruitment of osteoblast-like cell precursors

OPG regulates bone turnover, blocks RANKL
VCAN cell proliferation and migration

5. Bone Morphogenetic Proteins

Bone morphogenetic proteins (BMPs) are growth factors that play primary roles in bone
maintenance and repair. Although examined mainly in bone, BMPs are ubiquitous across the
body, playing crucial roles in vascular remodeling. They are multifunctional cytokines and part of the
transforming growth factor-β (TGF-β) superfamily. BMP signaling is activated when a BMP binds to
a BMP receptor, recruiting an activated quaternary complex. Upon phosphorylation, this complex
activates Smad intracellular proteins. When Smad proteins bind to a receptor, they translocate to the



Bioengineering 2020, 7, 88 6 of 23

nucleus and act as transcription factors, regulating gene expression [22]. This process is displayed in
Figure 4.Bioengineering 2020, 7, x FOR PEER  6 of 24 

 

Figure 4. In the BMP pathway, BMP triggers Smad proteins, which then either directly or through 

RUNX2 transactivate osteoblastogenic genes [22]. 

BMP2 plays the most significant role in vascular calcification, though there are some additional 

BMPs active in vascular processes. BMP2 expression has been shown by previous studies to be closely 

associated with the status of osteoblast maturation [18]. Activation of the WNT cascade by WNT3a 

in osteogenic cells shows an increase in BMP2 expression. BMP2 induces mesenchymal 

differentiation into osteoblasts, promoting bone formation, and the synergy between WNT and BMP2 

holds tight regulation and cooperation between pathways [18]. A study by Hassan et al. indicates 

that BMP2 activates the transcription of RUNX2 by inducing a homeodomain protein called distal-

less homeobox 3 (DLX3), thus forming the mechanism of BMP2 to DLX3 to RUNX2 and vascular 

calcification [46]. Under the influence of vascular endothelial growth factor (VEGF), WNT3a and 

BMP4 show synergy, increasing calcification of VSMCs and demonstrating linkage between specific 

matrix receptors and calcification. Demonstrated through in vitro testing, the knockout of either 

WNTs or BMPs can potentially inhibit calcification due to the requirement of both for sufficient 

VSMC mineralization [47]. WNT5a has been shown to increase BMP6 expression, which promotes 

osteoblastic bone metastases in prostate cancer [48,49]. Responsible for renal tubular differentiation, 

BMP7 has possible uses as a therapy against atherosclerosis and renal failure. Both WNT1 and 

WNT11 have activated BMP7 through induction of tubulogenesis [50,51]. BMP9, also thought to 

affect vascular growth, has been observed to lower VEGF-induced angiogenesis and is highly 

selective of endothelial cells. This effect ties to the structural function of the WNT signaling cascade. 

BMP10 expression is associated with overall vascular development in embryos. Both BMP9 and 

BMP10 have been suggested for treating pulmonary arterial hypertension [52]. 

6. BMPs and Mechanical Stressors 

In several studies, high levels of BMP expression have been observed during mechanical 

stimulation, specifically osteogenesis. Acting as growth factors, BMP2 and 4 seem to work in synergy 

with immune progenitors in the formation of cartilage and bone. This was demonstrated by Sakoda 

et al. through the mechanical loading of an osteoblast-like cell line. They found that after prolonged 

weak loading, osteoblast-like cells expressed high levels of macrophage colony-stimulating factor (M-

CSF), a cytokine that is critical for the differentiation of osteoclasts from immune progenitors, and 

when placed under high loading, they observed high levels of BMP2 and 4 [53]. High levels of BMP2 

and 4 were observed during the distraction osteogenesis, a treatment for bone deformation. During 

the distraction, or load phase, a callous was formed between two slowly separated segments of bone, 

and BMP2 and 4 were expressed heavily. Following the distraction, the newly formed matrix was 

calcified, and BMP-6 was lightly expressed [24]. It is suggested by Rui et al. that the cyclic overload 

of tendon-derived stem cells promotes the formation of calcium nodules through an uptick in BMP2 

[54]. Being a structural component that sees both heavy mechanical strain and periods of extended 

rest, perhaps the results found from the overloaded tendon cells can be extended to cardiovascular 

Figure 4. In the BMP pathway, BMP triggers Smad proteins, which then either directly or through
RUNX2 transactivate osteoblastogenic genes [22].

BMP2 plays the most significant role in vascular calcification, though there are some additional
BMPs active in vascular processes. BMP2 expression has been shown by previous studies to be closely
associated with the status of osteoblast maturation [18]. Activation of the WNT cascade by WNT3a in
osteogenic cells shows an increase in BMP2 expression. BMP2 induces mesenchymal differentiation
into osteoblasts, promoting bone formation, and the synergy between WNT and BMP2 holds tight
regulation and cooperation between pathways [18]. A study by Hassan et al. indicates that BMP2
activates the transcription of RUNX2 by inducing a homeodomain protein called distal-less homeobox
3 (DLX3), thus forming the mechanism of BMP2 to DLX3 to RUNX2 and vascular calcification [46].
Under the influence of vascular endothelial growth factor (VEGF), WNT3a and BMP4 show synergy,
increasing calcification of VSMCs and demonstrating linkage between specific matrix receptors and
calcification. Demonstrated through in vitro testing, the knockout of either WNTs or BMPs can
potentially inhibit calcification due to the requirement of both for sufficient VSMC mineralization [47].
WNT5a has been shown to increase BMP6 expression, which promotes osteoblastic bone metastases
in prostate cancer [48,49]. Responsible for renal tubular differentiation, BMP7 has possible uses as
a therapy against atherosclerosis and renal failure. Both WNT1 and WNT11 have activated BMP7
through induction of tubulogenesis [50,51]. BMP9, also thought to affect vascular growth, has been
observed to lower VEGF-induced angiogenesis and is highly selective of endothelial cells. This effect
ties to the structural function of the WNT signaling cascade. BMP10 expression is associated with
overall vascular development in embryos. Both BMP9 and BMP10 have been suggested for treating
pulmonary arterial hypertension [52].

6. BMPs and Mechanical Stressors

In several studies, high levels of BMP expression have been observed during mechanical
stimulation, specifically osteogenesis. Acting as growth factors, BMP2 and 4 seem to work in
synergy with immune progenitors in the formation of cartilage and bone. This was demonstrated by
Sakoda et al. through the mechanical loading of an osteoblast-like cell line. They found that after
prolonged weak loading, osteoblast-like cells expressed high levels of macrophage colony-stimulating
factor (M-CSF), a cytokine that is critical for the differentiation of osteoclasts from immune progenitors,
and when placed under high loading, they observed high levels of BMP2 and 4 [53]. High levels of
BMP2 and 4 were observed during the distraction osteogenesis, a treatment for bone deformation.
During the distraction, or load phase, a callous was formed between two slowly separated segments of
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bone, and BMP2 and 4 were expressed heavily. Following the distraction, the newly formed matrix was
calcified, and BMP-6 was lightly expressed [24]. It is suggested by Rui et al. that the cyclic overload of
tendon-derived stem cells promotes the formation of calcium nodules through an uptick in BMP2 [54].
Being a structural component that sees both heavy mechanical strain and periods of extended rest,
perhaps the results found from the overloaded tendon cells can be extended to cardiovascular tissue as
well. Speculated by Balachandran et al., the endothelial layer of porcine aortic valves may act as a
mechanosensor under cyclic mechanical strain. Like the bone matrix, porcine aortic valves contain
high levels of BMP2 and 4 when in a calcifying state. Valve cusps, thought to be stretched considerably
through hypertension, expressed high levels of BMP2 and 4 in vitro and when noggin, an inhibitor for
BMP2 and 4, was introduced, the resulting calcification was diminished in a concentration-dependent
matter. In a stretch-dependent matter, porcine aortic valve cusp cells under a 10% level of stretch
resulted in a low level of apoptosis and at a 15% level of stretch resulted in high levels of apoptosis.
When treated with noggin, both levels were also considerably diminished [55]. Seeing the ubiquity of
BMP2 and 4 on the calcification of mechanically active tissues, it serves us well to include them in
our model.

7. WNT Bone Remodeling and Mechanical Strain

Being composed primarily of hydroxyapatite, the bone matrix is a stiffened scaffold that
provides structural support and protection. Four cells reside in bone tissue: Osteoblasts, osteoclasts,
osteocytes, and bone-lining cells. These cells are involved in an intricate process of remodeling where
hydroxyapatite is absorbed by osteoclasts, tissues undergo a transition period, and then hydroxyapatite
is deposited by osteoblasts on a type I collagen matrix [56]. Collagen type I plays an important role
in the bone matrix, as it acts as a scaffold for the unique calcification of bone. Implicated in the
mechanical properties of bone, it provides strength and elasticity throughout bone’s rigid structure [57].
Bone remodeling is primarily activated by either overload or disuse. It follows a U-shaped curve in
which the range of typical use is illustrated as the normal physiological window. Within this window,
there is low bone turnover [2].

During overload, periosteal bone formation occurs at its highest levels, and in both states,
bone turnover occurs [2]. Figure 5 displays the U curve of bone formation and remodeling. Under
in vitro conditions, osteoblasts exposed to tensile and compressive strain displayed an increase in
functionality, as well as a prolonged lifespan. This mechanical stimulation has been shown to function
biochemically through canonical WNT responses, notably through WNT10b and coreceptor LRP5 [58].
It has been shown in vivo that bone under dynamic compression creates a promotive effect on the
anabolic function of bone remodeling. Although loading did increase growth, the primary occurrence
of bone growth occurred after the release of the cyclic load [59,60]. The process of bone remodeling
occurs through synergy between the canonical WNT and RANKL pathways [61,62]. WNT activation
in osteoblasts has been shown to express OPG, specifically ligand WNT3a. OPG acts as a decoy
receptor for RANKL, regulating osteoclast differentiation [63]. As loading reaches a minimal point,
osteocytes begin to release the WNT inhibitor SOST, and the removal of damaged bone tissue overtakes
the synthesis of hydroxyapatite [64]. As loading is again initiated, WNT is mechanically activated,
perpetuating the cycle of loss and growth in terms of bone mass [65]. Acting through the same
mechanism bone utilizes for homeostasis, it can be inferred that an increase of compressive and tensile
strain will induce bone-like remodeling in the arterial wall. Shown to be present in calcified plaques,
osteoclast-like cells are thought to be the missing link between the RANKL/OPG pathway and canonical
WNT [66,67]. Shown to interact through osteoblast-induced macrophage differentiation to osteoclasts
in vitro, the balance between these two reciprocal pathways is predicted to be disrupted by mechanical
overstimulation [68]. As RANKL is deactivated from WNT-expressed OPG, deposited hydroxyapatite
overwhelms the immune system’s ability to remove it. Osteoblast-like cells are given a platform for
proliferation, and calcified plaques grow larger, further narrowing the artery. This process can be
activated or accelerated with excess mechanical stress.



Bioengineering 2020, 7, 88 8 of 23
Bioengineering 2020, 7, x FOR PEER  8 of 24 

 

Figure 5. Bone remodeling follows a U-shaped curve and is activated by either disuse or overuse. 

Typical use between these two extremes is shown by the physiological window, during which there 

is low bone turnover. In contrast, periosteal bone formation increases directly with an increase in 

mechanical loading and is low during disuse [2]. 

8. Mechanical Influence on Arterial Tissues under Pathological Conditions 

VSMCs within the tunica media are undifferentiated but can phenotypically shift to osteoblast-

like cells once placed under environmental stimulus, such as mechanical stress. Plaque burden 

changes the morphology of tissues, inducing an environment where strain levels are elevated [69–

71]. As arteries narrow, the velocity of the blood increases to maintain continual flow. Subsequently, 

an increase of the velocity creates higher levels of pressure [72,73]. Blood pressure continually places 

VSMCs under triaxial loading composed of two tensile strains (hoop and axial) and one compressive 

strain (radial). Under typical conditions, blood pressure stimulates homeostatic responses. However, 

under hypertension, pressure could potentially induce an excessive mechanical response, 

exacerbating vascular injury [74–77]. A combination of both pathologies may overstimulate 

remodeling responses, and in the case of calcification, promote the growth of the present mineralized 

matrix. Mechanical activation of WNT has shown to produce a feedback loop in the structural 

maintenance of vascular tissues, so this mechanical overstimulation may drive the growth of calcified 

plaques [78–80]. VSMCs actively differentiate dynamically to remodel arterial tissues after injury. 

The variability in VSMC response to tension is due to multiple factors, such as frequency, time, and 

axial deformation. In a study performed by Laura-Eve Mantella, Adrian Quan, and Subodh Verma 

at St. Michaels hospital showed how frequency affects VSMC alignment response. A Flexcell system 

applied vacuum pressure to deform elastomer-bottomed cell culture plates and allowed the user to 

adjust the frequency, duration, and degree of stretch [14]. They found each factor can cause a response 

in stretched cells. In a similar study by Liu et al., results indicated stretch-induced alignment was 

dependent on the frequency of stretch, evidenced by higher alignment perpendicular to the axis of 

stretch, most effectively at 1.25 Hz. [81]. These results conclude that mechanical stretching induces 

proliferation and response of VSMCs [14]. In many cardiovascular diseases, it has been found that 

cyclic stretch evokes not only VSMCs’ proliferation but also migration, phenotyping, apoptosis, 

phenotypic switching, and vascular remodeling. A study by Liu et al. found that in the presence of 

angiotensin II (AngII), a hormone that stimulates VSMCs, VSMCs undergoing mechanical stretch 

significantly upregulated protein expression of AngII type 1 (AT1) receptor, epidermal growth factor 

(EGF) receptor, and mitogen-activated protein kinase phosphatase-1. In this study, Wistar-Kyoto 

(WKY) and spontaneously hypertensive rats (SHR) underwent stretch tension by a flex culture 

system to study the effects on VSMCs from the stretch. They found that mechanical stretch directly 

regulates AngII-induced smooth muscle cell proliferation and that the AT1/EGF receptor/ERK-
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Typical use between these two extremes is shown by the physiological window, during which there
is low bone turnover. In contrast, periosteal bone formation increases directly with an increase in
mechanical loading and is low during disuse [2].

8. Mechanical Influence on Arterial Tissues under Pathological Conditions

VSMCs within the tunica media are undifferentiated but can phenotypically shift to osteoblast-like
cells once placed under environmental stimulus, such as mechanical stress. Plaque burden changes the
morphology of tissues, inducing an environment where strain levels are elevated [69–71]. As arteries
narrow, the velocity of the blood increases to maintain continual flow. Subsequently, an increase
of the velocity creates higher levels of pressure [72,73]. Blood pressure continually places VSMCs
under triaxial loading composed of two tensile strains (hoop and axial) and one compressive strain
(radial). Under typical conditions, blood pressure stimulates homeostatic responses. However, under
hypertension, pressure could potentially induce an excessive mechanical response, exacerbating
vascular injury [74–77]. A combination of both pathologies may overstimulate remodeling responses,
and in the case of calcification, promote the growth of the present mineralized matrix. Mechanical
activation of WNT has shown to produce a feedback loop in the structural maintenance of vascular
tissues, so this mechanical overstimulation may drive the growth of calcified plaques [78–80]. VSMCs
actively differentiate dynamically to remodel arterial tissues after injury. The variability in VSMC
response to tension is due to multiple factors, such as frequency, time, and axial deformation. In a
study performed by Laura-Eve Mantella, Adrian Quan, and Subodh Verma at St. Michaels hospital
showed how frequency affects VSMC alignment response. A Flexcell system applied vacuum pressure
to deform elastomer-bottomed cell culture plates and allowed the user to adjust the frequency, duration,
and degree of stretch [14]. They found each factor can cause a response in stretched cells. In a similar
study by Liu et al., results indicated stretch-induced alignment was dependent on the frequency
of stretch, evidenced by higher alignment perpendicular to the axis of stretch, most effectively at
1.25 Hz. [81]. These results conclude that mechanical stretching induces proliferation and response of
VSMCs [14]. In many cardiovascular diseases, it has been found that cyclic stretch evokes not only
VSMCs’ proliferation but also migration, phenotyping, apoptosis, phenotypic switching, and vascular
remodeling. A study by Liu et al. found that in the presence of angiotensin II (AngII), a hormone that
stimulates VSMCs, VSMCs undergoing mechanical stretch significantly upregulated protein expression
of AngII type 1 (AT1) receptor, epidermal growth factor (EGF) receptor, and mitogen-activated protein
kinase phosphatase-1. In this study, Wistar-Kyoto (WKY) and spontaneously hypertensive rats (SHR)
underwent stretch tension by a flex culture system to study the effects on VSMCs from the stretch.
They found that mechanical stretch directly regulates AngII-induced smooth muscle cell proliferation
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and that the AT1/EGF receptor/ERK-dependent signaling pathway is involved in proliferation in
smooth muscle of SHR [82]. AT1 can mediate the entry of magnesium by the means of the transient
receptor potential melastatin 7 (TPRM7) channel. Low magnesium levels have been associated with
vascular calcification and thus a study hypothesized that with the mediation of magnesium Ang
II could prevent phosphate-induced calcification [83]. Each of these studies indicate the stretching
and mechanical stress can cause a proliferation and varied response of VSMCs. In the vasculature,
mechanical stress can result from high blood pressure and other physiological forces.

9. Physiological Mechanical Forces

The cytoskeleton plays a critical role in mechanotransduction. In cardiomyocytes,
mechanosensitive proteins in the cytoskeletal network adapt to mechanical stimuli by changing
their polymerization states and can thus be translated into functional changes [84]. The aortic valve
experiences about 3 billion cycles of opening and closing during the average human lifespan, due to
the cardiac cycle involving both systole and diastole. Over the full cardiac cycle, differing mechanical
stresses are placed on the ventricles and arteries of the heart. These forces include compression and
oscillatory shear on the fibrosa and vascular endothelial cells (VECs) and tensile strain on the vascular
interstitial cells (VICs). The fibrosa, spongiosa, and ventricularis are the three main layers of the aortic
valve’s dense ECM. VICs are found within each layer, while VECs blanket the entire structure [85].
VECs are mechano-sensitive cells that help the regulation of hemostasis based on mechanical forces.
These cells have shown that they can transition from endothelial cells to mesenchymal cells and can
thus result in the initiation of calcification [86,87]. The forces on the fibrosa cause calcification and can
best be seen in Figure 6 [88].
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Figure 6. In diastole, as the valves are closed to prevent back flow (black arrows), pressure builds on
the valve and circulates onto the wall (yellow arrows). In systole, the valves are forced open by flow
propelled by contraction (black arrows) [88].

Vascular regions that branch and curve can experience non-uniform, turbulent flow due to the
variety of angles blood must flow through. The flow of the aortic valve is non-uniform because its
mechanical environment is cyclic and multidimensional, whereas vasculature experiences more steady
uniform flow. These vascular regions are more prone to vascular calcification when compared to those
under laminar flow. However, branches that experience laminar flow are consistently undergoing
laminar shear stresses. The initiation and progression of vascular calcification in these vascular regions
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share many similarities to the way bones react under mechanical stimuli. More studies elaborate on the
similarities in order to treat and reverse vascular calcification. In a recent in-vitro study by Weinberg EJ
et al., a pairing finite-element analysis found that endothelial cells exposed to ventricular-like stresses
had higher levels of “atheroprotective” factors than endothelial cells undergoing fibrosa-like stress [89].
Atheroprotective, in this case, means protecting against the formation of atherosclerosis. VSMCs are
more prone to injury and calcification due to their physiological design and the forces they encounter.

10. Arterial Matrix Stiffness under Pathological Conditions

VSMCs undergo adaptive remodeling based on the levels of cyclic strain they experience.
Specifically, the matrix conditions in the medial layer of arteries have been shown to determine the
VSMC phenotype in vitro, based primarily on the physical substrate present [90]. A base level of
stiffness creates conditions for tissue homeostasis and promotes typical VSMC function. Throughout the
cardiovascular system, the arterial cells are constantly experiencing mechanical stresses, as described
previously. These stresses can also include transmural pressure, pulsatile pressure, and shear stress.
In a review done by Osol G. for the Journal of Vascular Research, it was recorded that VSMCs are
exposed to multiple mechanical stimuli, such as transmural pressure due to pulsatile pressure and
circumferential wall tension [91]. Transmural pressure can be described as the difference of pressure
in the lung cavity. However, excessive stiffening caused by disease or aging creates an environment
that induces an immune response, such as in the case of atherosclerosis [92–94]. Atherosclerosis is
distinguished by calcification of the intima layer of the vasculature, resulting in lesions and plaque
formation. The intima stiffens alongside the medial layer, but the two process are typically studied
independently. Little is known about how the stiffening of other layers affects the vascular adventitia,
but a study done by Li et al. provides evidence that calcification can also occur in the adventitia [95].
Cells in the adaptive and innate immune systems are involved in atherogenesis consisting of the
stimulation of endothelial cells by adhesion molecules, monocytes and macrophages, dendritic cells,
and T and B cells [93,94]. Additionally, some studies have shown that a stiff matrix increases the
expression of RUNX2 through the mitogen activated protein kinase/extracellular-signal-regulated
kinase (MAPK/ERK) pathway, further leading to cellular calcification [92]. These studies show that
matrix characteristics, influenced by excessive mechanical stimuli, can promote a response in the
VSMCs leading to calcification.

11. Collagen Influence

The ECM is known to have a vital role in the differentiation of cells. In addition to stiffness,
the porosity, density, and many other factors can change the way a cell develops within the matrix.
Most importantly, these conditions have been identified as promoters of calcification through the
influence of collagen [96]. Collagens are ECM proteins that act as possible staging areas for atherogenesis.
Cells secrete specific matrix conditions that promote typical cellular function, and collagen I is the
most expressed in the body. The most prevalent collagen variants present in the medial layer of
arterial tissues is collagen type III alongside collagen type I [96]. Collagen I has been implicated in
the promotion of VSMC phenotypic differentiation into osteoblast-like cells. Within bone tissues,
osteoblasts produce hydroxyapatite crystals along collagen I, mineralizing it; this process is present
within arterial tissues through osteoblast-like cells exhibiting osteogenic functions [97,98]. Under
atherosclerotic conditions, the total content of collagen type I increases [99]. Like bone mineralization,
the increased collagen I content in the matrix promotes deposition of hydroxyapatite along the arterial
wall. Collagen type II, typically associated with ossification in specific bone structures, has been
found to congregate in high concentrations in response to elevated levels of cholesterol and increased
intensity of atherosclerotic calcified plaques [100]. The matrix produced by rapidly calcifying VSMCs
accelerates the mineralization rate of transplanted cells. This matrix is composed of three times the
typical collagen I and fibronectin content. The total collagen type IV levels are lowered by 70% to that
of non-mineralizing cells, implying that collagen type IV inhibits mineralization. To support these
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findings, slowly mineralizing clones placed on a pure matrix of either collage type I or fibronectin
showed an increased rate in mineralization. However, the mineralization process of clones placed on a
matrix of collagen type IV was significantly inhibited [45]. With the considerable differences found
between collagen types and the resulting cellular response, it is suggested that the ECM will propagate
the conditions necessary for calcification and be the staging area for mechanical influence through
ECM to cell communication.

12. Integrins and Relevant Functions

Integrins are transmembrane receptors that can act as the primary matrix anchors that bind
to extracellular membrane proteins. They serve to mediate cell adhesion and interpret mechanical
signals from the ECM. They are formed through noncovalent association of two sub-units, α- and
β-, and attach to components, such as laminin, collagen, and fibronectin. Integrins recognize several
different matrix ligands, allowing for a variety of cellular functions in terms of adhesion and cellular
motility. Adhesion, responsible for linking extracellular substratum to actomyosin, regulates signaling
pathways that promote proliferation, gene expression, and cell survival. Environmental forces, such as
mechanical stress and matrix stiffness, influence adhesion-based integrin function due to linkage
with actin [101]. In response to collagen I ligation, integrin activation cascades to the focal adhesion
kinase (FAK) pathway, leading to β-catenin translocation and enhanced transcription [102]. Reportedly,
the WNT variant WNT3a greatly increases adhesion to collagen type I through the upregulation of
integrin-linked kinase (ILK) and subsequent activation of the β-1 subunit, the primary adhesion protein
of VSMCs [103]. Activated on a stiff matrix, integrins α1β1 and α10β1 phosphorylate GSK3 through
the ERK/FAK pathway, preventing β-catenin degradation in osteoblastic cells. Translocating to the
nucleus, β-catenin binds to the target gene WNT1, creating a positive feedback loop [25]. Figure 7
below shows a possible homeostatic model of this process.
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13. Integrins and Mechanical Stressors

Integrins interpret mechanical signals from the ECM in a linear fashion, possibly regulating
signal pathways in cells. After initial activation by respective ligands, integrins attach to the actin



Bioengineering 2020, 7, 88 12 of 23

cytoskeleton, increasing cell adhesion [104]. Cells adapt physically to integrin-applied forces as well
as maintain structural stability and protect the body from mechanical injury. It is speculated that
variations in mechanical strain, from static to dynamic, produce different biochemical cues [105]. Under
mechanical strain, fibronectin and vitronectin elicit high activation of several integrins. Additionally,
the inhibition of the β-subunit seems to only partially lower the strain response. In rat VSMCs,
sub-unit αV is suggested to strongly interpret mechanical strain [106]. An in vitro study using isolated
arterioles and VSMCs found that integrins may have crucial mechanotransductive elements for VSMCs.
The study demonstrated that the mitogenic responses of VSMCs under strain were dependent on the
composition of the ECM to which it adheres [106]. VSMCs on fibronectin had the most significant
mitogenic response to strain because of the increased integrin binding. Another recent study argued
that the machinery of adhesion in multicellular tissues is an interdependent network of cell-to-cell
and cell-to-ECM interactions and signaling responses, as opposed to crosstalk between spatially and
functionally distinct adhesive tissues within the cells [107]. Both have an essential role in the way the
cell responds to changes. In the adhesive state, they are altered through physical changes with the
cytoskeleton and by participating in multidirectional cell signaling events [23]. These complexities
were found to be part of a larger adhesive network where multiple types of cell adhesions occur and
interact. Integrins have been closely tied to cadherin function, as both are sensitive to mechanical stress
and modulate through matrix stiffness [108]. The network formed between cadherins and integrins is
essential to the cell signaling pathways and cytoskeletal assemblies involved in the regulation of cell
polarity, migration, proliferation and survival, differentiation, and morphogenesis.

14. Cadherins and Relevant Functions

Cadherins function as cell-to-cell adhesion receptors and play crucial roles in tissue morphogenesis
and homeostasis. When cells are in close contact, opposing cadherins bond and regulate further
contact. As cadherins bond, they form a zipper-like structure and tie cells together. Once cells are
bound together, the overall adhesion tension is lowered, and further interfacial tension is regulated.
Cadherins are anchored to the cytoskeleton through actin binding proteins and mediated by α- and
β-catenin [109]. Adheren junctions (AJs) are formed by bound cadherins through cell-to-cell contact.
Their primary function is to maintain physical association between cells. Disruption of this association,
such as through tension, causes cell-to-cell detachment and disorganizes tissues [110]. Dissociation
of AJs has been linked to an increase in β-catenin pooling and subsequent transportation into the
nucleus. This suggests integration between cadherin and WNT activation, producing supplemental
gene transcription [111]. Because integrins and cadherins activate many of the same signaling
pathways, many consider them to be interdependent functional nodes. However, instead they should
be considered as functionally equivalent. A single node can influence adhesion function and signaling
activities of adhesion.

15. Cadherins and Mechanical Stressors

Cadherins sense mechanical changes through F-actin association. Their junctions adapt to
both internal and external forces including matrix stiffness. Fluctuations sensed by cadherins
induce biochemical responses that alter junction properties and biological processes, such as gene
transcription [112]. Tied through the actin-myosin cytoskeleton, cadherins and integrins form adhesive
networks that modulate intracellular tension in response to intercellular tension sensed by FAKs and
AJs. FAK induces dissociation of β-catenin from VE-catenin in a tension-independent manner. The FAK
pathway also increases N-cadherin expression in mouse VSMCs, coinciding with an increase in VSMC
proliferation under arterial stiffening. Mechanical stress placed on a cell is shared simultaneously
with both cadherins and integrins, suggesting a homeostatic relationship. As the strengthening of one
adhesion receptor type increases, the other type decreases [113]. Integrins and cadherins are further
connected through mechanisms of differentiation in bone [114]. Integrin signaling has been found
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to promote a positive feedback loop in bone morphogenetic proteins [115], as cadherins also play a
crucial role in BMP2-induced osteoblast differentiation [116].

16. Seeding through Thrombus Release and Other Health Risks

As each of the previously described factors contribute to growing calcified plaques, the
susceptibility of plaque rupture increases. Once a plaque ruptures, the thrombus produced can
travel to healthy tissues, attach, and restart the cycle of lesion creation to plaque development [117–119].
If this is the case, then the mechanically stimulated development of calcified plaques is comparable
to cancer, and treating it becomes that much more difficult. Because of this, vascular calcification
greatly increases the cardiovascular mortality rate of patients, especially those with other underlying
conditions. Diabetes patients are more than twice as likely to experience cardiovascular mortality,
compared to nondiabetic individuals. Vascular calcification has been used as an early indicator for
those patients of high risk [120]. Diabetes is also known to be the main cause of end-stage renal disease.
Cardiovascular disease is the leading cause of death for dialysis patients, and, on average, 83% of
dialysis patients have some level of coronary artery calcification [121]. Figure 8 is a representation of
calcification in an artery.
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Figure 8. Although able to exist singularly, lipid-based plaques and calcified plaques are often
complementary in the narrowing of arteries. This narrowing is illustrated through the contrast of the
normal artery (A) and the narrow artery (B) [122].

A study done by Patel et al. showed that calcifying VSMCs have higher rates of apoptosis and
lower cellular viability than control VSMCs and osteoblasts [28]. The study showed how calcification
damages VSMCs and reduces compliance and structural integrity, leading to heart attack or stroke.
Developing a better understanding of the mechanisms behind calcification and its similarities to bone
formation may allow for the creation of a target treatment to prevent or decrease vascular calcification,
particularly among these high-risk groups. Alongside biochemical treatments, changing the patient
lifestyle could lower the rate of calcification. Examples of such changes include weight loss and a
balanced diet, which can aid in reducing hypertension and lowering mechanical strain on vascular
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walls. These lifestyle choices can either increase or decrease the risk of diabetes, kidney disease, and
cardiovascular mortalities.

17. Endothelial to Mesenchymal Transition (EndMT)

In congruence with smooth muscle cells and their role in vascular calcification, endothelial cells
are also seen to play a major role in the deposition of minerals in the arteries. This relatedness could be
due to their proximity to each other in the arteries, with smooth muscle cells primarily located in the
tunica media of the arteries, and endothelial cells found primarily in the tunica intima of the arteries.
The specifics of vascular calcification in relation to endothelial cells involves the process of endothelial
to mesenchymal transition (EndMT). EndMT is a process in which endothelial cells lose their genetic
markers, VE-cadherin, and CD31, and begin to obtain the phenotype of mesenchymal cells through the
expression of mesenchymal cell markers, such as α-smooth muscle actin, fibroblast-specific protein
1 (FSP-1), and fibronectin [123]. Endothelial cells, primarily found in the tunica intima, are known
to prevent cardiovascular diseases, so when they differentiate into mesenchymal cells via EndMT,
it gives rise to various cardiovascular diseases. EndMT has been shown to cause vascular calcification,
a common complication of the end stage of atherosclerosis. Vascular calcification is a regulated process
of mineralization in the arteries involving osteoblasts forming from EndMT. This process resembles
that of bone mineralization and was previously believed to be a factor of aging but is now recognized
to be potentially preventable. Vascular calcification is typically seen to occur in the medial or intimal
layers of the blood vessels, with the medial layer also being associated with smooth muscle cells and
chronic kidney disease, diabetes, and hypertension, and the intimal layer typically being associated
with endothelial cells and their role in atherosclerosis and blood clots. However, the exact mechanisms
and processes through which EndMT occurs are still unknown. The processes discussed are seen in
Figure 9.
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development, cardiac fibrosis, or atherosclerosis [124].

18. EndMT in TGF-β and BMP Signaling Pathways

Recently, various studies have shown that the overexpression of TGF-β/smad signaling and bone
morphogenic protein (BMP) signaling, both belonging to the TGF-β superfamily, contribute to EndMT
vascular calcification [123–126]. TGF-β is a cytokine that plays various roles in embryogenesis, cellular
development, and homeostasis. In the TGF-β/smad signaling pathway, the overexpression of TGF-β
promotes endothelial cell dysfunction and the generation of myofibroblasts. The endothelial cell
dysfunction can occur due to TGF-β activating EndMT via smad2, smad3, and smad4, forming a
complex that suppresses the VE-cadherin marker, leading to the occurrence of EndMT [124]. Conversely,
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smad7 exerts opposite effects on TGF-β to inhibit the occurrence of TGF-β-induced EndMT [126].
Overexpression of BMP2 induces EndMT, causing increased vascular calcification [126]. BMP is
regulated through the matrix Gla protein (MGP), which is primarily induced in atherosclerotic lesions
to aid in the reduction in the amount of BMP expressed. MGP binds to BMP2, BMP4, and BMP7 to
inhibit their activity, but not enough MGP is induced to overcome the amount of BMP, and thus inhibit
EndMT. In instances where MGP is not properly expressed, it can lead to excess BMP activity and
subsequently, apoptosis or excessive calcification in the cells [125]. Previous studies noted that vascular
calcification might also arise from the potential imbalance between endothelial and smooth muscle
cells, facilitated by the TGF-β and BMP signaling pathways.

19. EndMT in WNT Signaling Pathway

Another prevalent pathway of EndMT involves the expression of WNT protein as a source of
activation of the WNT signaling pathway. The various ligands involved in this pathway influence and
conduct cell transformation, cell proliferation, and apoptosis during tissue homeostasis. These ligands
include frizzled (Fz), LRP, glycogen synthesis kinase-3β, and β-catenin [127]. The specific mechanism
of activation involves the accumulation of β-catenin due to the binding of Fz and LRP receptors
to WNT protein. Once activated, WNT signaling induces an EndMT transcription factor known as
TWIST (Figure 10). When TWIST is suppressed, EndMT is inhibited. However, the overexpression of
TWIST can lead to the promotion of EndMT. The excessive secretion of WNT can stimulate fibroblast
production, leading to cardiac fibrosis and calcification. Without a WNT ligand, this pathway enters a
“silent” stand, thus inhibiting EndMT [124].
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20. Calcification of Mechanically Active Vascular Devices

Devices in mechanically active vascular regions are notorious for stiffening and failing over time
due to mineralization. It is suggested that the immune system acts as the initiator of calcification
through rejection of the device’s material, residual antigens, and the subsequent tearing the device
endures. Implanted valves, regardless if based on natural or artificial scaffolding, undergo considerable
degradation that impacts their ability to ensure proper blood flow. In younger individuals, calcification
of heart valves is higher than their elder counterparts. Considering the higher levels of immune activity
in younger people, the increased reaction to the device and following mineralization is expected [128].
Vascular stents fail due to tearing and lesion formation promoting degradation through mineralization.
In a numerical study, vascular stents are modeled as a 3-D non-homogenous mesh. During computation
of an angioplasty with stenting, simulated tears in the intima altered the stress carried by the layers of
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the vessel. Normally, all three layers would maintain the load, but as the tears formed from surgical
trauma, the tears would endure significant amounts of strain. For a stent to maintain its position
and effectiveness, it must place stress proportional to the size of the lumen relative to the size of the
plaque. This has led to a tradeoff between the lumen diameter and potential lesion creation during
insertion [129]. Due to the need of surgical revision later in a device’s life cycle, efforts have been
made to either develop devices out of biocompatible materials or coat the devices in a mineralization
resistant chemical [128]. If we develop an understanding behind the promotion of calcification of an
implant and the mechanotransduction it undergoes, then perhaps the need for surgical revision can be
limited. Ultimately, the body’s reaction to implanted vascular devices demonstrates potential synergy
between the initial immune response and mechanical perpetuation of mineralization.

21. Conclusions

As calcification mirrors bone growth, the understanding of how mechanical stimuli influences the
growth of plaques becomes critical. Knowing how VSMCs respond to their environment could shed
light on how osteogenic promoters are expressed. Vascular systems are structurally homeostatic to
preserve proper blood flow to tissues. To maintain arterial structure, VSMCs seem to adapt to even minor
mechanical stimuli and promote complementary matrix conditions [130]. The excessive mechanical
stress seems to promote osteogenic differentiation, though the exact mechanism is inconclusive.
However, as structural cascades and adherence proteins are linked together, a bigger picture is painted.
This review focused primarily on the WNT signaling cascade, though other pathways are also being
explored. As pathological conditions give rise to higher rates of vascular strain, knowing how the
reciprocal pathways, particularly WNT and RANKL/OPG, interact in detail could illuminate new
methods for treatment. Under typical homeostatic conditions, proliferation and differentiation of
VSMCs is lowered alongside gene transcription, whereas in conditions of stiffened extracellular matrix
and tension, matrix proteins, such as VCAN, are expressed, promoting matrix contractility [131].

Many studies are trying to understand why VSMCs begin to differentiate and express RUNX2
and BMP2,4 instead. The knowledge underlying the initial conditions is not yet explained, but
stiffening matrix conditions alongside excessive cyclic tension could elaborate on the growth of plaques.
Once VSMCs are differentiated, the osteoblast-like cells begin altering the surrounding ECM, laying
the foundation for mineral deposition [132]. This matrix stiffening may promote further proliferation
of VSMCs and subsequent differentiation, repeating the process through the WNT cascade, integrins,
and cadherins. Under initial activation through WNT3a, integrin’s influence through β1 weakens
cadherin strength. This causes dissociation of AJ, and β-catenin begins to pool. Integrins are then
able to influence transcription of WNT1, creating a feedback loop. This feedback loop potentially
propagates osteogenic proteins after VSMCs have undergone phenotypic differentiation.

Once VSMCs are differentiated into osteoblast-like cells, BMP2,4 and RUNX2 are expressed.
This potentially leads to an increased presence of plaque as the matrix conditions are altered. If the
cycle is validated, new therapeutic targets are realized. Instead of simply knocking out the WNT
cascade, altering or inhibiting the conditions that influence expression could prevent further mineral
buildup. This would allow for minimal side effects while promoting the body’s natural ability to
remove foreign material from arterial tissues. Pairing this with changes in patient lifestyle could
significantly lower the rate of vascular calcification.
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Glossary

Abbreviation Definition
AJ adherens junction
BMP bone morphogenic protein
DLX3 distal-less homeobox 3
EC endothelial cell
ECM extracellular matrix
EndMT endothelial to mesenchymal transition
ERK extracellular signal-regulated kinase
FAK focal adhesion kinase
F-CPE Full length Carboxypeptidase E
GSK-3 glycogen synthase kinase-3
LEF lymphoid enhancer factor
LRP lipoprotein receptor-related protein
MAPK mitogen activated protein kinase
M-CSF macrophage colony-stimulating factor
MGP matrix gla protein
OPG osteoprotegerin
RANKL nuclear factor-κB ligand
RUNX2 runt related transcription factor
SOST sclerostin
TCF T-cell factor
TGF-β transforming growth factor-β
VCAN versican
VEC vascular endothelial cells
VEGF vascular endothelial growth factor
VIC vascular interstitial cells
VSMC vascular smooth muscle cell
WNT wingless-related integration site
∆N-CPE splice variant of carboxypeptidase E

References

1. Amin, S. Mechanical Factors and Bone Health: Effects of Weightlessness and Neurologic Injury.
Curr. Rheumatol. Rep. 2010, 12, 170–276. [CrossRef] [PubMed]

2. Robling, A.G.; Turner, C.H. Mechanical Signaling for Bone Modeling and Remodeling. Crit. Rev. Eukaryot.
Gene Expr. 2009, 19, 319–338. [CrossRef]

3. Giachelli, C.M. Ectopic Calcification: Gathering Hard Facts about Soft Tissue Mineralization. Am. J. Pathol.
1999, 154, 671–674. [CrossRef]

4. Giachelli, C.M. Vascular Calcification Mechanisms. J. Am. Soc. Nephrol. 2004, 15, 2959–2964. [CrossRef]
[PubMed]

5. Stegemann, J.P.; Nerem, R.M. Altered Response of Vascular Smooth Muscle Cells to Exogenous Biochemical
Stimulation in Two- and Three-Dimensional Culture. Exp. Cell Res. 2003, 283, 146–155. [CrossRef]

6. Kohn, J.C.; Zhou, D.W.; Bordeleau, F.; Zhou, A.L.; Mason, B.N.; Mitchell, M.J.; King, M.R.; Reinhart-King, C.A.
Cooperative Effects of Matrix Stiffness and Fluid Shear Stress on Endothelial Cell Behavior. Biophys. J. 2015,
108, 471–478. [CrossRef]

7. Soares, C.P.; Midlej, V.; de Oliveira, M.E.W.; Benchimol, M.; Costa, M.L.; Mermelstein, C. 2D and 3D-Organized
Cardiac Cells Shows Differences in Cellular Morphology, Adhesion Junctions, Presence of Myofibrils and
Protein Expression. PLoS ONE 2012, 7, e38147. [CrossRef] [PubMed]

8. Donoghue, P.S.; Sun, T.; Gadegaard, N.; Riehle, M.O.; Barnett, S.C. Development of a Novel 3D Culture
System for Screening Features of a Complex Implantable Device for CNS Repair. Mol. Pharm. 2014, 11,
2143–2150. [CrossRef]

http://dx.doi.org/10.1007/s11926-010-0096-z
http://www.ncbi.nlm.nih.gov/pubmed/20425519
http://dx.doi.org/10.1615/CritRevEukarGeneExpr.v19.i4.50
http://dx.doi.org/10.1016/S0002-9440(10)65313-8
http://dx.doi.org/10.1097/01.ASN.0000145894.57533.C4
http://www.ncbi.nlm.nih.gov/pubmed/15579497
http://dx.doi.org/10.1016/S0014-4827(02)00041-1
http://dx.doi.org/10.1016/j.bpj.2014.12.023
http://dx.doi.org/10.1371/journal.pone.0038147
http://www.ncbi.nlm.nih.gov/pubmed/22662278
http://dx.doi.org/10.1021/mp400526n


Bioengineering 2020, 7, 88 18 of 23

9. Durham, A.L.; Speer, M.Y.; Scatena, M.; Giachelli, C.M.; Shanahan, C.M. Role of Smooth Muscle Cells in
Vascular Calcification: Implications in Atherosclerosis and Arterial Stiffness. Cardiovasc. Res. 2018, 114,
590–600. [CrossRef]

10. Montezano, A.C.; Zimmerman, D.; Yusuf, H.; Burger, D.; Chignalia, A.Z.; Wadhera, V.; Van Leeuwen, F.N.;
Touyz, R.M. Vascular Smooth Muscle Cell Differentiation to an Osteogenic Phenotype Involves TRPM7
Modulation by Magnesium. Hypertension 2010, 56, 453–462. [CrossRef]

11. Demer, L.L.; Tintut, Y. Vascular Calcification: Pathobiology of a Multifaceted Disease. Circulation 2008, 117,
2938–2948. [CrossRef]

12. Avogaro, A.; Fadini, G.P. Mechanisms of Ectopic Calcification: Implications for Diabetic Vasculopathy.
Cardiovasc. Diagn. Ther. 2015, 5, 343–352. [CrossRef]

13. Renna, N.F.; De Las Heras, N.; Miatello, R.M. Pathophysiology of Vascular Remodeling in Hypertension.
Int. J. Hypertens. 2013. [CrossRef]

14. Mantella, L.E.; Quan, A.; Verma, S. Variability in Vascular Smooth Muscle Cell Stretch-Induced Responses in
2D Culture. Vasc. Cell 2015, 7. [CrossRef]

15. Feng, X. Chemical and Biochemical Basis of Cell-Bone Matrix Interaction in Health and Disease.
Curr. Chem. Biol. 2009, 3, 189–196. [CrossRef] [PubMed]

16. Tang, X.; Liu, Y.; Xiao, Q.; Yao, Q.; Allen, M.; Wang, Y.; Gao, L.; Qi, Y.; Zhang, P. Pathological Cyclic Strain
Promotes Proliferation of Vascular Smooth Muscle Cells via the ACTH/ERK/STAT3 Pathway. J. Cell. Biochem.
2018, 119, 8260–8270. [CrossRef] [PubMed]

17. Schad, J.F.; Meltzer, K.R.; Hicks, M.R.; Beutler, D.S.; Cao, T.V.; Standley, P.R. Cyclic Strain Upregulates VEGF
and Attenuates Proliferation of Vascular Smooth Muscle Cells. Vasc. Cell 2011, 3. [CrossRef]

18. Zhang, R.; Oyajobi, B.O.; Harris, S.E.; Chen, D.; Tsao, C.; Deng, H.W.; Zhao, M. Wnt/β-Catenin Signaling
Activates Bone Morphogenetic Protein 2 Expression in Osteoblasts. Bone 2013, 52, 145–156. [CrossRef]

19. Saidak, Z.; LeHenaff, C.; Azzi, S.; Marty, C.; Da Nascimento, S.; Sonnet, P.; Marie, P.J. Wnt/β-Catenin Signaling
Mediates Osteoblast Differentiation Triggered by Peptide-Induced A5β1 Integrin Priming in Mesenchymal
Skeletal Cells. J. Biol. Chem. 2015, 290, 6903–6912. [CrossRef] [PubMed]

20. Sato, M.M.; Nakashima, A.; Nashimoto, M.; Yawaka, Y.; Tamura, M. Bone Morphogenetic Protein-2 Enhances
Wnt/β-Catenin Signaling-Induced Osteoprotegerin Expression. Genes Cells 2009, 14, 141–153. [CrossRef]
[PubMed]

21. Lin, M.E.; Chen, T.; Leaf, E.M.; Speer, M.Y.; Giachelli, C.M. Runx2 Expression in Smooth Muscle Cells Is
Required for Arterial Medial Calcification in Mice. Am. J. Pathol. 2015, 185, 1958–1969. [CrossRef]

22. Lin, G.L.; Hankenson, K.D. Integration of BMP, Wnt, and Notch Signaling Pathways in Osteoblast
Differentiation. J. Cell. Biochem. 2011, 112, 3491–3501. [CrossRef] [PubMed]

23. Weber, G.F.; Bjerke, M.A.; DeSimone, D.W. Integrins and Cadherins Join Forces to Form Adhesive Networks.
J. Cell Sci. 2011, 124, 1183–1193. [CrossRef] [PubMed]

24. Sato, M.; Ochi, T.; Nakase, T.; Hirota, S.; Kitamura, Y.; Nomura, S.; Yasui, N. Mechanical Tension-Stress
Induces Expression of Bone Morphogenetic Protein (BMP)-2 and BMP-4, but Not BMP-6, BMP-7, and GDF-5
MRNA, During Distraction Osteogenesis. J. Bone Miner. Res. 1999, 14, 1084–1095. [CrossRef] [PubMed]

25. Du, J.; Zu, Y.; Li, J.; Du, S.; Xu, Y.; Zhang, L.; Jiang, L.; Wang, Z.; Chien, S.; Yang, C. Extracellular Matrix
Stiffness Dictates Wnt Expression through Integrin Pathway. Sci. Rep. 2016, 6. [CrossRef] [PubMed]

26. Blood Vessel Structure and Function. Available online: https://courses.lumenlearning.com/boundless-ap/

chapter/blood-vessel-structure-and-function/ (accessed on 26 June 2020).
27. Essalihi, R.; Ouellette, V.; Dao, H.H.; McKee, M.D.; Moreau, P. Phenotypic Modulation of Vascular Smooth

Muscle Cells during Medial Arterial Calcification: A Role for Endothelin? J. Cardiovasc. Pharmacol. 2004, 44
(Suppl. 1), S147–S150. [CrossRef] [PubMed]

28. Patel, J.J.; Bourne, L.E.; Davies, B.K.; Arnett, T.R.; MacRae, V.E.; Wheeler-Jones, C.P.; Orriss, I.R. Differing
Calcification Processes in Cultured Vascular Smooth Muscle Cells and Osteoblasts. Exp. Cell Res. 2019, 380,
100–113. [CrossRef]

29. Giachelli, C.M. Vascular Calcification: In Vitro Evidence for the Role of Inorganic Phosphate. J. Am. Soc.
Nephrol. 2003, 14 (Suppl. 4), S300–S304. [CrossRef]

30. Persy, V.; D’Haese, P. Vascular Calcification and Bone Disease: The Calcification Paradox. Trends Mol. Med.
2009, 15, 405–416. [CrossRef]

http://dx.doi.org/10.1093/cvr/cvy010
http://dx.doi.org/10.1161/HYPERTENSIONAHA.110.152058
http://dx.doi.org/10.1161/CIRCULATIONAHA.107.743161
http://dx.doi.org/10.3978/j.issn.2223-3652.2015.06.05
http://dx.doi.org/10.1155/2013/808353
http://dx.doi.org/10.1186/s13221-015-0032-0
http://dx.doi.org/10.2174/187231309788166398
http://www.ncbi.nlm.nih.gov/pubmed/20161446
http://dx.doi.org/10.1002/jcb.26839
http://www.ncbi.nlm.nih.gov/pubmed/29943847
http://dx.doi.org/10.1186/2045-824X-3-21
http://dx.doi.org/10.1016/j.bone.2012.09.029
http://dx.doi.org/10.1074/jbc.M114.621219
http://www.ncbi.nlm.nih.gov/pubmed/25631051
http://dx.doi.org/10.1111/j.1365-2443.2008.01258.x
http://www.ncbi.nlm.nih.gov/pubmed/19170762
http://dx.doi.org/10.1016/j.ajpath.2015.03.020
http://dx.doi.org/10.1002/jcb.23287
http://www.ncbi.nlm.nih.gov/pubmed/21793042
http://dx.doi.org/10.1242/jcs.064618
http://www.ncbi.nlm.nih.gov/pubmed/21444749
http://dx.doi.org/10.1359/jbmr.1999.14.7.1084
http://www.ncbi.nlm.nih.gov/pubmed/10404008
http://dx.doi.org/10.1038/srep20395
http://www.ncbi.nlm.nih.gov/pubmed/26854061
https://courses.lumenlearning.com/boundless-ap/chapter/blood-vessel-structure-and-function/
https://courses.lumenlearning.com/boundless-ap/chapter/blood-vessel-structure-and-function/
http://dx.doi.org/10.1097/01.fjc.0000166250.81733.a5
http://www.ncbi.nlm.nih.gov/pubmed/15838266
http://dx.doi.org/10.1016/j.yexcr.2019.04.020
http://dx.doi.org/10.1097/01.ASN.0000081663.52165.66
http://dx.doi.org/10.1016/j.molmed.2009.07.001


Bioengineering 2020, 7, 88 19 of 23

31. Giachelli, C.M. The Emerging Role of Phosphate in Vascular Calcification. Kidney Int. 2009, 75, 890–897.
[CrossRef]

32. Schwarz-Romond, T.; Metcalfe, C.; Bienz, M. Dynamic Recruitment of Axin by Dishevelled Protein Assemblies.
J. Cell Sci. 2007, 120, 2402–2412. [CrossRef] [PubMed]

33. Stamos, J.L.; Weis, W.I. The β-Catenin Destruction Complex. Cold Spring Harb. Perspect. Biol. 2013, 5.
[CrossRef] [PubMed]

34. Komiya, Y.; Habas, R. Wnt Signal Transduction Pathways. Organogenesis 2008, 4, 68–75. [CrossRef] [PubMed]
35. Gaur, T.; Lengner, C.J.; Hovhannisyan, H.; Bhat, R.A.; Bodine, P.V.N.; Komm, B.S.; Javed, A.; Van Wijnen, A.J.;

Stein, J.L.; Stein, G.S.; et al. Canonical WNT Signaling Promotes Osteogenesis by Directly Stimulating Runx2
Gene Expression. J. Biol. Chem. 2005, 280, 33132–33140. [CrossRef] [PubMed]

36. Skalka, N.; Caspi, M.; Caspi, E.; Loh, Y.P.; Rosin-Arbesfeld, R. Carboxypeptidase E: A Negative Regulator of
the Canonical Wnt Signaling Pathway. Oncogene 2013, 32, 2836–2847. [CrossRef] [PubMed]

37. Zou, Y.; Zhang, Y. The Biomechanical Function of Arterial Elastin in Solutes. J. Biomech. Eng. 2012, 134,
071002. [CrossRef]

38. Hampson, G.; Edwards, S.; Conroy, S.; Blake, G.M.; Fogelman, I.; Frost, M.L. The Relationship between
Inhibitors of the Wnt Signalling Pathway (Dickkopf-1(DKK1) and Sclerostin), Bone Mineral Density, Vascular
Calcification and Arterial Stiffness in Post-Menopausal Women. Bone 2013, 56, 42–47. [CrossRef]

39. Mcarthur, K.M.; Kay, A.M.; Mosier, J.A.; Grant, J.N.; Stewart, J.A.; Simpson, C.L. Manipulating the Plasticity
of Smooth Muscle Cells to Regulate Vascular Calcification. AIMS Cell Tissue Eng. 2017, 1, 165–179. [CrossRef]

40. Rahmani, M.; Read, J.T.; Carthy, J.M.; McDonald, P.C.; Wong, B.W.; Esfandiarei, M.; Si, X.; Luo, Z.; Luo, H.;
Rennie, P.S.; et al. Regulation of the Versican Promoter by the β-Catenin-T-Cell Factor Complex in Vascular
Smooth Muscle Cells. J. Biol. Chem. 2005, 280, 13019–13028. [CrossRef]

41. Wight, T.N.; Merrilees, M.J. Proteoglycans in Atherosclerosis and Restenosis: Key Roles for Versican.
Circ. Res. 2004, 94, 1158–1167. [CrossRef]

42. Sotoodehnejadnematalahi, F.; Burke, B. Structure, Function and Regulation of Versican: The Most Abundant
Type of Proteoglycan in the Extracellular Matrix. Acta Med. Iran. 2013, 51, 740–750. [PubMed]

43. Spencer, G.J.; Utting, J.C.; Etheridge, S.L.; Arnett, T.R.; Genever, P.G. Wnt Signalling in Osteoblasts Regulates
Expression of the Receptor Activator of NFkappaB Ligand and Inhibits Osteoclastogenesis in Vitro. J. Cell Sci.
2006, 119, 1283–1296. [CrossRef] [PubMed]

44. Gradl, D.; Kuhl, M.; Wedlich, D. The Wnt/Wg Signal Transducer Beta-Catenin Controls Fibronectin Expression.
Mol. Cell. Biol. 1999, 19, 5576–5587. [CrossRef] [PubMed]

45. Watson, K.E.; Parhami, F.; Shin, V.; Demer, L.L. Fibronectin and Collagen I Matrixes Promote Calcification of
Vascular Cells in Vitro, Whereas Collagen IV Matrix Is Inhibitory. Arterioscler. Thromb. Vasc. Biol. 1998, 18,
1964–1971. [CrossRef] [PubMed]

46. Hassan, M.Q.; Tare, R.S.; Suk, H.L.; Mandeville, M.; Morasso, M.I.; Javed, A.; Van Wijnen, A.J.; Stein, J.L.;
Stein, G.S.; Lian, J.B. BMP2 Commitment to the Osteogenic Lineage Involves Activation of Runx2 by DLX3
and a Homeodomain Transcriptional Network. J. Biol. Chem. 2006, 281, 40515–40526. [CrossRef] [PubMed]

47. Mikhaylova, L.; Malmquist, J.; Nurminskaya, M. Regulation of in Vitro Vascular Calcification by BMP4,
VEGF and Wnt3a. Calcif. Tissue Int. 2007, 81, 372–381. [CrossRef]

48. Dai, J.; Keller, J.; Zhang, J.; Lu, Y.; Yao, Z.; Keller, E.T. Bone Morphogenetic Protein-6 Promotes Osteoblastic
Prostate Cancer Bone Metastases through a Dual Mechanism. Cancer Res. 2005, 65, 8274–8285. [CrossRef]

49. Lee, G.T.; Kang, D.I.; Ha, Y.S.; Jung, Y.S.; Chung, J.; Min, K.; Kim, T.H.; Moon, K.H.; Chung, J.M.; Lee, D.H.;
et al. Prostate Cancer Bone Metastases Acquire Resistance to Androgen Deprivation via WNT5A-Mediated
BMP-6 Induction. Br. J. Cancer 2014, 110. [CrossRef]

50. Davies, M.R.; Lund, R.J.; Hruska, K.A. BMP-7 Is an Efficacious Treatment of Vascular Calcification in a
Murine Model of Atherosclerosis and Chronic Renal Failure. J. Am. Soc. Nephrol. 2003, 14, 1559–1567.
[CrossRef]

51. Godin, R.E.; Takaesu, N.T.; Robertson, E.J.; Dudley, A.T. Regulation of BMP7 Expression during Kidney
Development. Development 1998, 125, 3473–3482.

52. Morrell, N.W.; Bloch, D.B.; Ten Dijke, P.; Goumans, M.J.T.; Hata, A.; Smith, J.; Paul, B.Y.; Bloch, K.D. Targeting
BMP Signalling in Cardiovascular Disease and Anaemia. Nat. Rev. Cardiol. 2016, 13, 106–120. [CrossRef]

http://dx.doi.org/10.1038/ki.2008.644
http://dx.doi.org/10.1242/jcs.002956
http://www.ncbi.nlm.nih.gov/pubmed/17606995
http://dx.doi.org/10.1101/cshperspect.a007898
http://www.ncbi.nlm.nih.gov/pubmed/23169527
http://dx.doi.org/10.4161/org.4.2.5851
http://www.ncbi.nlm.nih.gov/pubmed/19279717
http://dx.doi.org/10.1074/jbc.M500608200
http://www.ncbi.nlm.nih.gov/pubmed/16043491
http://dx.doi.org/10.1038/onc.2012.308
http://www.ncbi.nlm.nih.gov/pubmed/22824791
http://dx.doi.org/10.1115/1.4006593
http://dx.doi.org/10.1016/j.bone.2013.05.010
http://dx.doi.org/10.3934/celltissue.2017.3.165
http://dx.doi.org/10.1074/jbc.M411766200
http://dx.doi.org/10.1161/01.RES.0000126921.29919.51
http://www.ncbi.nlm.nih.gov/pubmed/24390942
http://dx.doi.org/10.1242/jcs.02883
http://www.ncbi.nlm.nih.gov/pubmed/16522681
http://dx.doi.org/10.1128/MCB.19.8.5576
http://www.ncbi.nlm.nih.gov/pubmed/10409747
http://dx.doi.org/10.1161/01.ATV.18.12.1964
http://www.ncbi.nlm.nih.gov/pubmed/9848891
http://dx.doi.org/10.1074/jbc.M604508200
http://www.ncbi.nlm.nih.gov/pubmed/17060321
http://dx.doi.org/10.1007/s00223-007-9073-6
http://dx.doi.org/10.1158/0008-5472.CAN-05-1891
http://dx.doi.org/10.1038/bjc.2014.23
http://dx.doi.org/10.1097/01.ASN.0000068404.57780.DD
http://dx.doi.org/10.1038/nrcardio.2015.156


Bioengineering 2020, 7, 88 20 of 23

53. Sakoda, S.; Shin, H.; Yamaji, K.; Takasaki, I.; Furuzono, T.; Kishida, A.; Akashi, M.; Kubo, T.; Nagaoka, E.;
Maruyama, I.; et al. Mechanical Stretching of Human Osteoblast-like Cells Stimulates Bone Morphogenic
Proteins and Macrophage Colony-Stimulating Factor Productions. Pathophysiology 1999, 6, 63–69. [CrossRef]

54. Rui, Y.F.; Lui, P.P.Y.; Ni, M.; Chan, L.S.; Lee, Y.W.; Chan, K.M. Mechanical Loading Increased BMP-2
Expression Which Promoted Osteogenic Differentiation of Tendon-Derived Stem Cells. J. Orthop. Res. 2011,
29, 390–396. [CrossRef]

55. Balachandran, K.; Sucosky, P.; Jo, H.; Yoganathan, A.P. Elevated Cyclic Stretch Induces Aortic Valve
Calcification in a Bone Morphogenic Protein-Dependent Manner. Am. J. Pathol. 2010, 177, 49–57. [CrossRef]
[PubMed]

56. Florencio-silva, R.; Sasso, G.; Sasso-cerri, E.; Simões, M.J.; Cerri, P.S. Biology of Bone Tissue: Structure,
Function, and Factors That Influence Bone Cells. BioMed Res. Int. 2015, 2015. [CrossRef] [PubMed]

57. Viguet-Carrin, S.; Garnero, P.; Delmas, P.D. The Role of Collagen in Bone Strength. Osteoporos. Int. 2006, 17,
319–336. [CrossRef]

58. Zhong, Z.; Zeng, X.L.; Ni, J.H.; Huang, X.F. Comparison of the Biological Response of Osteoblasts after
Tension and Compression. Eur. J. Orthod. 2013, 35, 59–65. [CrossRef]

59. Ménard, A.L.; Grimard, G.; Londono, I.; Beaudry, F.; Vachon, P.; Moldovan, F.; Villemure, I. Bone Growth
Resumption Following in Vivo Static and Dynamic Compression Removals on Rats. Bone 2015, 81, 662–668.
[CrossRef]

60. De Souza, R.L.; Matsuura, M.; Eckstein, F.; Rawlinson, S.C.F.; Lanyon, L.E.; Pitsillides, A.A. Non-Invasive
Axial Loading of Mouse Tibiae Increases Cortical Bone Formation and Modifies Trabecular Organization:
A New Model to Study Cortical and Cancellous Compartments in a Single Loaded Element. Bone 2005, 37,
810–818. [CrossRef]

61. Takahashi, N.; Maeda, K.; Ishihara, A.; Uehara, S.; Kobayashi, Y. Regulatory Mechanism of Osteoclastogenesis
by RANKL and Wnt Signals. Front. Biosci. 2011, 16, 21–30. [CrossRef]

62. Kobayashi, Y.; Maeda, K.; Takahashi, N. Roles of Wnt Signaling in Bone Formation and Resorption. Jpn. Dent.
Sci. Rev. 2008, 44, 76–82. [CrossRef]

63. Boyce, B.F.; Xing, L.; Chen, D. Osteoprotegerin, the Bone Protector, Is a Surprising Target for β-Catenin
Signaling. Cell Metab. 2005, 2, 344–345. [CrossRef] [PubMed]

64. Spatz, J.M.; Wein, M.N.; Gooi, J.H.; Qu, Y.; Garr, J.L.; Liu, S.; Barry, K.J.; Uda, Y.; Lai, F.; Dedic, C.; et al. The
Wnt Inhibitor Sclerostin Is Up-Regulated by Mechanical Unloading in Osteocytes in Vitro. J. Biol. Chem.
2015, 290, 16744–16758. [CrossRef]

65. Duan, P.; Bonewald, L.F. The Role of the WNT/β-Catenin Signaling Pathway in Formation and Maintenance
of Bone and Teeth. Int. J. Biochem. Cell Biol. 2016, 77, 23–29. [CrossRef]

66. Ndip, A.; Williams, A.; Jude, E.B.; Serracino-Inglott, F.; Richardson, S.; Smyth, J.V.; Boulton, A.J.M.;
Alexander, M.Y. The RANKL/RANK/OPG Signaling Pathway Mediates Medial Arterial Calcification in
Diabetic Charcot Neuroarthropathy. Diabetes 2011, 60, 2187–2196. [CrossRef]

67. Alexander, M.Y. RANKL Links Arterial Calcification with Osteolysis. Circ. Res. 2009, 104, 1032–1034.
[CrossRef]

68. Chen, Y.J.; Shie, M.Y.; Hung, C.J.; Liu, S.L.; Huang, T.H.; Kao, C.T. Osteoblasts Subjected to Tensile Force
Induce Osteoclastic Differentiation of Murine Macrophages in a Coculture System. J. Dent. Sci. 2015, 10,
81–87. [CrossRef]

69. He, F.; Hua, L.; Gao, L.J. A Computational Model for Biomechanical Effects of Arterial Compliance Mismatch.
Appl. Bionics Biomech. 2015, 2015. [CrossRef]

70. Thondapu, V.; Bourantas, C.V.; Foin, N.; Jang, I.K.; Serruys, P.W.; Barlis, P. Basic Science for the Clinician:
Biomechanical Stress in Coronary Atherosclerosis: Emerging Insights from Computational Modelling.
Eur. Heart J. 2017, 38, 81–92. [CrossRef]

71. Rosenfeld, D.; Landau, S.; Shandalov, Y.; Raindel, N.; Freiman, A.; Shor, E.; Blinder, Y.; Vandenburgh, H.H.;
Mooney, D.J.; Levenberg, S. Morphogenesis of 3D Vascular Networks Is Regulated by Tensile Forces.
Proc. Natl. Acad. Sci. USA 2016, 113, 3215–3220. [CrossRef]

72. Sharrett, A.; Hubbard, L. Retinal Arteriolar Diameters and Elevated Blood Pressure. Am. J. Epidemiol. 1999,
150, 263–270. [CrossRef]

73. Jankowski, P.; Czarnecka, D. Pulse Pressure, Blood Flow, and Atherosclerosis. Am. J. Hypertens. 2012, 25,
1040–1041. [CrossRef]

http://dx.doi.org/10.1016/S0928-4680(99)00003-6
http://dx.doi.org/10.1002/jor.21218
http://dx.doi.org/10.2353/ajpath.2010.090631
http://www.ncbi.nlm.nih.gov/pubmed/20489151
http://dx.doi.org/10.1155/2015/421746
http://www.ncbi.nlm.nih.gov/pubmed/26247020
http://dx.doi.org/10.1007/s00198-005-2035-9
http://dx.doi.org/10.1093/ejo/cjr016
http://dx.doi.org/10.1016/j.bone.2015.09.013
http://dx.doi.org/10.1016/j.bone.2005.07.022
http://dx.doi.org/10.2741/3673
http://dx.doi.org/10.1016/j.jdsr.2007.11.002
http://dx.doi.org/10.1016/j.cmet.2005.11.011
http://www.ncbi.nlm.nih.gov/pubmed/16330319
http://dx.doi.org/10.1074/jbc.M114.628313
http://dx.doi.org/10.1016/j.biocel.2016.05.015
http://dx.doi.org/10.2337/db10-1220
http://dx.doi.org/10.1161/CIRCRESAHA.109.198010
http://dx.doi.org/10.1016/j.jds.2013.11.003
http://dx.doi.org/10.1155/2015/213236
http://dx.doi.org/10.1093/eurheartj/ehv689
http://dx.doi.org/10.1073/pnas.1522273113
http://dx.doi.org/10.1093/oxfordjournals.aje.a009997
http://dx.doi.org/10.1038/ajh.2012.117


Bioengineering 2020, 7, 88 21 of 23

74. Anwar, M.A.; Shalhoub, J.; Lim, C.S.; Gohel, M.S.; Davies, A.H. The Effect of Pressure-Induced Mechanical
Stretch on Vascular Wall Differential Gene Expression. J. Vasc. Res. 2012, 49, 463–478. [CrossRef]

75. Kalra, S.S.; Shanahan, C.M. Vascular Calcification and Hypertension: Cause and Effect. Ann. Med. 2012, 44
(Suppl. 1), S85–S92. [CrossRef]

76. Humphrey, J.D. Vascular Adaptation and Mechanical Homeostasis at Tissue, Cellular, and Sub-Cellular
Levels. Cell Biochem. Biophys. 2008, 50, 53–78. [CrossRef]

77. Nguyen, P.H.; Tuzun, E.; Quick, C.M. Aortic Pulse Pressure Homeostasis Emerges from Physiological
Adaptation of Systemic Arteries to Local Mechanical Stresses. Am. J. Physiol. Regul. Integr. Comp. Physiol.
2016, 311, R522–R531. [CrossRef]

78. Cohen, E.D.; Tian, Y.; Morrisey, E.E. Wnt Signaling: An Essential Regulator of Cardiovascular Differentiation,
Morphogenesis and Progenitor Self-Renewal. Development 2008, 135, 789–798. [CrossRef]

79. Cai, T.; Sun, D.; Duan, Y.; Wen, P.; Dai, C.; Yang, J.; He, W.; Cohen, E.D.; Tian, Y.; Morrisey, E.E.; et al.
WNT/β-Catenin Signaling Promotes VSMCs to Osteogenic Transdifferentiation and Calcification through
Directly Modulating Runx2 Gene Expression. Exp. Cell Res. 2016, 345, 206–217. [CrossRef]

80. Wang, Z.; Shu, W.; Lu, M.M.; Morrisey, E.E. Wnt7b Activates Canonical Signaling in Epithelial and Vascular
Smooth Muscle Cells through Interactions with Fzd1, Fzd10, and LRP5. Mol. Cell. Biol. 2005, 25, 5022–5030.
[CrossRef]

81. Liu, B.; Qu, M.-J.; Qin, K.-R.; Li, H.; Li, Z.-K.; Shen, B.-R.; Jiang, Z.-L. Role of Cyclic Strain Frequency
in Regulating the Alignment of Vascular Smooth Muscle Cells In Vitro. Biophys. J. 2008, 94, 1497–1507.
[CrossRef]

82. Liu, G.; Hitomi, H.; Hosomi, N.; Lei, B.; Pelisch, N.; Nakano, D.; Kiyomoto, H.; Ma, H.; Nishiyama, A.
Mechanical Stretch Potentiates Angiotensin II-Induced Proliferation in Spontaneously Hypertensive Rat
Vascular Smooth Muscle Cells. Hypertens. Res. 2010, 33, 1250–1257. [CrossRef]

83. Herencia, C.; Rodríguez-Ortiz, M.E.; Muñoz-Castañeda, J.R.; Martinez-Moreno, J.M.; Canalejo, R.; Montes de
Oca, A.; Díaz-Tocados, J.M.; Peralbo-Santaella, E.; Marín, C.; Canalejo, A.; et al. Angiotensin II Prevents
Calcification in Vascular Smooth Muscle Cells by Enhancing Magnesium Influx. Eur. J. Clin. Investig. 2015,
45, 1129–1144. [CrossRef]

84. McCain, M.L.; Sheehy, S.P.; Grosberg, A.; Goss, J.A.; Parker, K.K. Recapitulating Maladaptive, Multiscale
Remodeling of Failing Myocardium on a Chip. Proc. Natl. Acad. Sci. USA 2013, 110, 9770–9775. [CrossRef]

85. Rutkovskiy, A.; Malashicheva, A.; Sullivan, G.; Bogdanova, M.; Kostareva, A.; Stensløkken, K.-O.; Fiane, A.;
Vaage, J. Valve Interstitial Cells: The Key to Understanding the Pathophysiology of Heart Valve Calcification.
J. Am. Heart Assoc. 2017, 6, e006339. [CrossRef]

86. Shapero, K.; Wylie-Sears, J.; Levine, R.A.; Mayer, J.E.; Bischoff, J. Reciprocal Interactions between Mitral
Valve Endothelial and Interstitial Cells Reduce Endothelial-to-Mesenchymal Transition and Myofibroblastic
Activation. J. Mol. Cell. Cardiol. 2015, 80, 175–185. [CrossRef]

87. Hjortnaes, J.; Shapero, K.; Goettsch, C.; Hutcheson, J.D.; Keegan, J.; Kluin, J.; Mayer, J.E.; Bischoff, J.;
Aikawa, E. Valvular Interstitial Cells Suppress Calcification of Valvular Endothelial Cells. Atherosclerosis
2015, 242, 251–260. [CrossRef]

88. Gomel, M.A.; Lee, R.; Grande-Allen, K.J. Comparing the Role of Mechanical Forces in Vascular and Valvular
Calcification Progression. Front. Cardiovasc. Med. 2018, 5, 197. [CrossRef]

89. Weinberg, E.J.; Mack, P.J.; Schoen, F.J.; García-Cardeña, G.; Kaazempur Mofrad, M.R. Hemodynamic
Environments from Opposing Sides of Human Aortic Valve Leaflets Evoke Distinct Endothelial Phenotypes
in Vitro. Cardiovasc. Eng. 2010, 10, 5–11. [CrossRef] [PubMed]

90. Chang, S.; Song, S.; Lee, J.; Yoon, J.; Park, J.; Choi, S.; Park, J.K.; Choi, K.; Choi, C. Phenotypic Modulation of
Primary Vascular Smooth Muscle Cells by Short-Term Culture on Micropatterned Substrate. PLoS ONE 2014,
9, e88089. [CrossRef] [PubMed]

91. Osol, G. Mechanotransduction by Vascular Smooth Muscle. J. Vasc. Res. 1995, 32, 275–292. [CrossRef]
92. Handorf, A.M.; Zhou, Y.; Halanski, M.A.; Li, W.J. Tissue Stiffness Dictates Development, Homeostasis, and

Disease Progression. Organogenesis 2015, 11, 1–15. [CrossRef] [PubMed]
93. Ilhan, F. Atherosclerosis and the Role of Immune Cells. World J. Clin. Cases 2015, 3, 345–352. [CrossRef]

[PubMed]

http://dx.doi.org/10.1159/000339151
http://dx.doi.org/10.3109/07853890.2012.660498
http://dx.doi.org/10.1007/s12013-007-9002-3
http://dx.doi.org/10.1152/ajpregu.00402.2015
http://dx.doi.org/10.1242/dev.016865
http://dx.doi.org/10.1016/j.yexcr.2016.06.007
http://dx.doi.org/10.1128/MCB.25.12.5022-5030.2005
http://dx.doi.org/10.1529/biophysj.106.098574
http://dx.doi.org/10.1038/hr.2010.187
http://dx.doi.org/10.1111/eci.12517
http://dx.doi.org/10.1073/pnas.1304913110
http://dx.doi.org/10.1161/JAHA.117.006339
http://dx.doi.org/10.1016/j.yjmcc.2015.01.006
http://dx.doi.org/10.1016/j.atherosclerosis.2015.07.008
http://dx.doi.org/10.3389/fcvm.2018.00197
http://dx.doi.org/10.1007/s10558-009-9089-9
http://www.ncbi.nlm.nih.gov/pubmed/20107896
http://dx.doi.org/10.1371/journal.pone.0088089
http://www.ncbi.nlm.nih.gov/pubmed/24505388
http://dx.doi.org/10.1159/000159102
http://dx.doi.org/10.1080/15476278.2015.1019687
http://www.ncbi.nlm.nih.gov/pubmed/25915734
http://dx.doi.org/10.12998/wjcc.v3.i4.345
http://www.ncbi.nlm.nih.gov/pubmed/25879006


Bioengineering 2020, 7, 88 22 of 23

94. Montecucco, F.; Steffens, S.; Mach, F. The Immune Response Is Involved in Atherosclerotic Plaque Calcification:
Could the RANKL/RANK/OPG System Be a Marker of Plaque Instability? Clin. Dev. Immunol. 2007.
[CrossRef] [PubMed]

95. Li, N.; Cheng, W.; Huang, T.; Yuan, J.; Wang, X.; Song, M. Vascular Adventitia Calcification and Its Underlying
Mechanism. PLoS ONE 2015, 10, e0132506. [CrossRef]

96. Xu, J.; Shi, G.-P. Vascular Wall Extracellular Matrix Proteins and Vascular Diseases. Biochim. Biophys. Acta
2014, 1842, 2106–2119. [CrossRef] [PubMed]

97. Moe, S.M.; O’Neill, K.D.; Duan, D.; Ahmed, S.; Chen, N.X.; Leapman, S.B.; Fineberg, N.; Kopecky, K. Medial
Artery Calcification in ESRD Patients Is Associated with Deposition of Bone Matrix Proteins. Kidney Int.
2002, 61, 638–647. [CrossRef] [PubMed]

98. Liu, J.; Ma, K.L.; Gao, M.; Wang, C.X.; Ni, J.; Zhang, Y.; Zhang, X.L.; Liu, H.; Wang, Y.L.; Liu, B.C. Inflammation
Disrupts the LDL Receptor Pathway and Accelerates the Progression of Vascular Calcification in ESRD
Patients. PLoS ONE 2012, 7, e47217. [CrossRef]

99. Rekhter, M.D. Collagen Synthesis in Atherosclerosis: Too Much and Not Enough. Cardiovasc. Res. 1999, 41,
376–384. [CrossRef]

100. Kuzan, A.; Chwiłkowska, A.; Pezowicz, C.; Witkiewicz, W.; Gamian, A.; Maksymowicz, K.; Kobielarz, M.
The Content of Collagen Type II in Human Arteries Is Correlated with the Stage of Atherosclerosis and
Calcification Foci. Cardiovasc. Pathol. 2017, 28, 21–27. [CrossRef]

101. Huttenlocher, A.; Horwitz, A.R. Integrins in Cell Migration. Cold Spring Harb. Perspect. Biol. 2011, 3, a005074.
[CrossRef]

102. Crampton, S.P.; Wu, B.; Park, E.J.; Kim, J.H.; Solomon, C.; Waterman, M.L.; Hughes, C.C.W. Integration of the
β-Catenin-Dependent Wnt Pathway with Integrin Signaling through the Adaptor Molecule Grb2. PLoS ONE
2009, 4, e7841. [CrossRef] [PubMed]

103. Wu, X.; Wang, J.; Jiang, H.; Hu, Q.; Chen, J.; Zhang, J.; Zhu, R.; Liu, W.; Li, B. Wnt3a Activates B1-Integrin
and Regulates Migration and Adhesion of Vascular Smooth Muscle Cells. Mol. Med. Rep. 2014, 9, 1159–1164.
[CrossRef] [PubMed]

104. Puklin-Faucher, E.; Sheetz, M.P. The Mechanical Integrin Cycle. J. Cell Sci. 2009, 122, 179–186. [CrossRef]
105. Matthews, B.D. Cellular Adaptation to Mechanical Stress: Role of Integrins, Rho, Cytoskeletal Tension and

Mechanosensitive Ion Channels. J. Cell Sci. 2006, 119, 508–518. [CrossRef]
106. Wilson, E.; Sudhir, K.; Ives, H.E. Mechanical Strain of Rat Vascular Smooth Muscle Cells Is Sensed by Specific

Extracellular Matrix/Integrin Interactions. J. Clin. Investig. 1995, 96, 2364–2372. [CrossRef] [PubMed]
107. Mohammed, D.; Versaevel, M.; Bruyère, C.; Alaimo, L.; Luciano, M.; Vercruysse, E.; Procès, A.; Gabriele, S.

Innovative Tools for Mechanobiology: Unraveling Outside-In and Inside-Out Mechanotransduction. Front.
Bioeng. Biotechnol. 2019, 7, 162. [CrossRef]

108. Tsai, J.; Kam, L. Rigidity-Dependent Cross Talk between Integrin and Cadherin Signaling. Biophys. J. 2009,
96, L39–L41. [CrossRef]

109. Maître, J.L.; Heisenberg, C.P. Three Functions of Cadherins in Cell Adhesion. Curr. Biol. 2013, 23, R626–R633.
[CrossRef]

110. Hartsock, A.; Nelson, W.J. Adherens and Tight Junctions: Structure, Function and Connections to the Actin
Cytoskeleton. Biochim. Biophys. Acta 2008, 1778, 660–669. [CrossRef]

111. Kam, Y.; Quaranta, V. Cadherin-Bound β-Catenin Feeds into the Wnt Pathway upon Adherens Junctions
Dissociation: Evidence for an Intersection between β-Catenin Pools. PLoS ONE 2009, 4, e4580. [CrossRef]

112. Leckband, D.E.; de Rooij, J. Cadherin Adhesion and Mechanotransduction. Annu. Rev. Cell Dev. Biol. 2014,
30, 291–315. [CrossRef]

113. Mui, K.L.; Chen, C.S.; Assoian, R.K. The Mechanical Regulation of Integrin-Cadherin Crosstalk Organizes
Cells, Signaling and Forces. J. Cell Sci. 2016, 129, 1093–1100. [CrossRef] [PubMed]

114. Marie, P.J.; Haÿ, E.; Saidak, Z. Integrin and Cadherin Signaling in Bone: Role and Potential Therapeutic
Targets. Trends Endocrinol. Metab. 2014, 25, 567–575. [CrossRef]

115. Sawala, A.; Scarcia, M.; Sutcliffe, C.; Wilcockson, S.G.; Ashe, H.L. Peak BMP Responses in the Drosophila
Embryo Are Dependent on the Activation of Integrin Signaling. Cell Rep. 2015, 12, 1584–1593. [CrossRef]
[PubMed]

http://dx.doi.org/10.1155/2007/75805
http://www.ncbi.nlm.nih.gov/pubmed/18320012
http://dx.doi.org/10.1371/journal.pone.0132506
http://dx.doi.org/10.1016/j.bbadis.2014.07.008
http://www.ncbi.nlm.nih.gov/pubmed/25045854
http://dx.doi.org/10.1046/j.1523-1755.2002.00170.x
http://www.ncbi.nlm.nih.gov/pubmed/11849407
http://dx.doi.org/10.1371/journal.pone.0047217
http://dx.doi.org/10.1016/S0008-6363(98)00321-6
http://dx.doi.org/10.1016/j.carpath.2017.02.003
http://dx.doi.org/10.1101/cshperspect.a005074
http://dx.doi.org/10.1371/journal.pone.0007841
http://www.ncbi.nlm.nih.gov/pubmed/19924227
http://dx.doi.org/10.3892/mmr.2014.1937
http://www.ncbi.nlm.nih.gov/pubmed/24535659
http://dx.doi.org/10.1242/jcs.042127
http://dx.doi.org/10.1242/jcs.02760
http://dx.doi.org/10.1172/JCI118293
http://www.ncbi.nlm.nih.gov/pubmed/7593624
http://dx.doi.org/10.3389/fbioe.2019.00162
http://dx.doi.org/10.1016/j.bpj.2009.01.005
http://dx.doi.org/10.1016/j.cub.2013.06.019
http://dx.doi.org/10.1016/j.bbamem.2007.07.012
http://dx.doi.org/10.1371/journal.pone.0004580
http://dx.doi.org/10.1146/annurev-cellbio-100913-013212
http://dx.doi.org/10.1242/jcs.183699
http://www.ncbi.nlm.nih.gov/pubmed/26919980
http://dx.doi.org/10.1016/j.tem.2014.06.009
http://dx.doi.org/10.1016/j.celrep.2015.08.012
http://www.ncbi.nlm.nih.gov/pubmed/26321638


Bioengineering 2020, 7, 88 23 of 23

116. Cheng, S.U.L.I.; Lecanda, F.; Davidson, M.K.; Warlow, P.M.; Zhang, S.F.; Zhang, L.; Suzuki, S.; John, T.S.T.;
Civitelli, R. Human Osteoblasts Express a Repertoire of Cadherins, Which Are Critical for BMP-2-Induced
Osteogenic Differentiation. J. Bone Miner. Res. 1998, 13, 633–644. [CrossRef]

117. Badimon, L.; Vilahur, G. Thrombosis Formation on Atherosclerotic Lesions and Plaque Rupture. J. Intern. Med.
2014, 276, 618–632. [CrossRef] [PubMed]

118. Chistiakov, D.A.; Myasoedova, V.A.; Melnichenko, A.A.; Grechko, A.V.; Orekhov, A.N. Calcifying Matrix
Vesicles and Atherosclerosis. BioMed Res. Int. 2017, 2017. [CrossRef]

119. Bentzon, J.F.; Otsuka, F.; Virmani, R.; Falk, E. Mechanisms of Plaque Formation and Rupture. Circ. Res. 2014,
114, 1852–1866. [CrossRef] [PubMed]

120. Snell-Bergeon, J.K.; Budoff, M.J.; Hokanson, J.E. Vascular Calcification in Diabetes: Mechanisms and
Implications. Curr. Diab. Rep. 2013, 13, 391–402. [CrossRef] [PubMed]

121. Moe, S.M.; Chen, N.X. Pathophysiology of Vascular Calcification in Chronic Kidney Disease. Circ. Res. 2004,
95, 560–567. [CrossRef] [PubMed]

122. The Regents of the University of California. A Vascular & Endovascular Surgery-Atherosclerosis.
Available online: https://vascularsurgery.ucsf.edu/conditions--procedures/atherosclerosis.aspx (accessed on
26 June 2020).

123. Yao, Y.; Jumabay, M.; Ly, A.; Radparvar, M.; Cubberly, M.R.; Boström, K.I. A Role for the Endothelium in
Vascular Calcification. Circ. Res. 2013, 113, 495–504. [CrossRef] [PubMed]

124. Jackson, A.O.; Zhang, J.; Jiang, Z.; Yin, K. Endothelial-to-Mesenchymal Transition: A Novel Therapeutic
Target for Cardiovascular Diseases. Trends Cardiovasc. Med. 2017, 27, 383–393. [CrossRef] [PubMed]

125. Boström, K.I.; Yao, J.; Guihard, P.J.; Blazquez-Medela, A.M.; Yao, Y. Endothelial-Mesenchymal Transition in
Atherosclerotic Lesion Calcification. Atherosclerosis 2016, 253, 124–127. [CrossRef]

126. Gong, H.; Lyu, X.; Wang, Q.; Hu, M.; Zhang, X. Endothelial to Mesenchymal Transition in the Cardiovascular
System. Life Sci. 2017, 184, 95–102. [CrossRef] [PubMed]

127. Li, A.; Peng, W.; Xia, X.; Li, R.; Wang, Y.; Wei, D. Endothelial-to-Mesenchymal Transition: A Potential
Mechanism for Atherosclerosis Plaque Progression and Destabilization. DNA Cell Biol. 2017, 36, 883–891.
[CrossRef]

128. Mosier, J.; Nguyen, N.; Parker, K.; Simpson, C. Calcification of Biomaterials and Diseased States; IntechOpen:
London, UK, 2018. [CrossRef]

129. Kiousis, D.E.; Gasser, T.C.; Holzapfel, G.A. A Numerical Model to Study the Interaction of Vascular Stents
with Human Atherosclerotic Lesions. Ann. Biomed. Eng. 2007, 35, 1857–1869. [CrossRef]

130. Yang, J.H.; Briggs, W.H.; Libby, P.; Lee, R.T. Small Mechanical Strains Selectively Suppress Matrix
Metalloproteinase-1 Expression by Human Vascular Smooth Muscle Cells. J. Biol. Chem. 1998, 273,
6550–6555. [CrossRef]

131. Wight, T.N.; Kinsella, M.G.; Evanko, S.P.; Potter-Perigo, S.; Merrilees, M.J. Versican and the Regulation of
Cell Phenotype in Disease. Biochim. Biophys. Acta 2014, 1840, 2441–2451. [CrossRef] [PubMed]

132. Mulari, M.T.K.; Qu, Q.; Härkönen, P.L.; Väänänen, H.K. Osteoblast-like Cells Complete Osteoclastic Bone
Resorption and Form New Mineralized Bone Matrix in Vitro. Calcif. Tissue Int. 2004, 75, 253–261. [CrossRef]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1359/jbmr.1998.13.4.633
http://dx.doi.org/10.1111/joim.12296
http://www.ncbi.nlm.nih.gov/pubmed/25156650
http://dx.doi.org/10.1155/2017/7463590
http://dx.doi.org/10.1161/CIRCRESAHA.114.302721
http://www.ncbi.nlm.nih.gov/pubmed/24902970
http://dx.doi.org/10.1007/s11892-013-0379-7
http://www.ncbi.nlm.nih.gov/pubmed/23526400
http://dx.doi.org/10.1161/01.RES.0000141775.67189.98
http://www.ncbi.nlm.nih.gov/pubmed/15375022
https://vascularsurgery.ucsf.edu/conditions--procedures/atherosclerosis.aspx
http://dx.doi.org/10.1161/CIRCRESAHA.113.301792
http://www.ncbi.nlm.nih.gov/pubmed/23852538
http://dx.doi.org/10.1016/j.tcm.2017.03.003
http://www.ncbi.nlm.nih.gov/pubmed/28438397
http://dx.doi.org/10.1016/j.atherosclerosis.2016.08.046
http://dx.doi.org/10.1016/j.lfs.2017.07.014
http://www.ncbi.nlm.nih.gov/pubmed/28716564
http://dx.doi.org/10.1089/dna.2017.3779
http://dx.doi.org/10.5772/intechopen.71594
http://dx.doi.org/10.1007/s10439-007-9357-z
http://dx.doi.org/10.1074/jbc.273.11.6550
http://dx.doi.org/10.1016/j.bbagen.2013.12.028
http://www.ncbi.nlm.nih.gov/pubmed/24401530
http://dx.doi.org/10.1007/s00223-004-0172-3
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Phenotypic Switch 
	Canonical WNT Cascade 
	Relevant WNT-Targeted Genes 
	Bone Morphogenetic Proteins 
	BMPs and Mechanical Stressors 
	WNT Bone Remodeling and Mechanical Strain 
	Mechanical Influence on Arterial Tissues under Pathological Conditions 
	Physiological Mechanical Forces 
	Arterial Matrix Stiffness under Pathological Conditions 
	Collagen Influence 
	Integrins and Relevant Functions 
	Integrins and Mechanical Stressors 
	Cadherins and Relevant Functions 
	Cadherins and Mechanical Stressors 
	Seeding through Thrombus Release and Other Health Risks 
	Endothelial to Mesenchymal Transition (EndMT) 
	EndMT in TGF- and BMP Signaling Pathways 
	EndMT in WNT Signaling Pathway 
	Calcification of Mechanically Active Vascular Devices 
	Conclusions 
	References

