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Abstract: Vascular calcification (VC) is associated with aging, cardiovascular and renal diseases and
results in poor morbidity and increased mortality. VC occurs in patients with chronic kidney disease
(CKD), a condition that is associated with high serum phosphate (Pi) and severe cardiovascular
consequences. High serum Pi level is related to some pathologies which affect the behaviour of
vascular cells, including platelets, endothelial cells (ECs) and smooth muscle cells (SMCs), and plays
a central role in promoting VC. VC is a complex, active and cell-mediated process involving the
transdifferentiation of vascular SMCs to a bone-like phenotype, systemic inflammation, decreased
anti-calcific events (loss of calcification inhibitors), loss in SMC lineage markers and enhanced procalcific microRNAs (miRs), an increased intracellular calcium level, apoptosis, aberrant DNA damage
response (DDR) and senescence of vascular SMCs. This review gives a brief overview of the current
knowledge of VC mechanisms with a particular focus on Pi-induced changes in the vascular wall
important in promoting calcification. In addition to reviewing the main findings, this review also
sheds light on directions for future research in this area and discusses emerging pathways such as
Pi-regulated intracellular calcium signaling, epigenetics, oxidative DNA damage and senescencemediated mechanisms that may play critical, yet to be explored, regulatory and druggable roles in
limiting VC.
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Vascular calcification (VC) is a feature characteristic of normal arterial aging [1] but
is also associated with cardiovascular [2] and renal [3–6] diseases with poor prognosis
and increased mortality. VC occurs in patients with chronic kidney disease (CKD), a
condition that is associated with high serum phosphate (Pi) levels (known as hyperphosphatemia) and severe cardiovascular consequences [7]. Hyperphosphatemia occurs when
there is an impairment in Pi homeostasis; strikingly, this happens in patients with CKD [7].
Furthermore, even though this remains to be fully addressed, other disorders may also
result in an increase in Pi, such as hypoxia and ischemia [8]. This is also true in cancer
patients with acute tumor lysis syndrome following chemotherapy [9], within the tumor
microenvironment [10] and in the premature aging presented in klotho (-/-) mice [11].
The importance of Pi homeostasis in CKD and regulation of VC has been recognised for
decades, but novel insights, which are relevant to Pi signaling regulation of VC, continue
to emerge. Even though VC was originally thought to be a passive process of ectopic
deposition of calcium/phosphate minerals within the vascular wall as a result of a net
positive calcium and phosphate levels in the blood, it is now well-documented that VC
is an active cell-mediated process involving transdifferentiation of smooth muscle cells
(SMCs) into bone-like phenotypes [12]. It may occur at different sites within the cardiovascular system including arteries, valves, and the tunica intima and media [13–16]. In
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2. Mechanisms of VC
VSMCs, derived from mesenchymal stem cells (MSCs), can transdifferentiate into
other cells of mesenchymal origins when under cellular stress, such as cells of the mesodermal lineage, including bone and cartilage cells (of note osteoblasts and chondrocytes) [19].
VC is characterized by the osteogenic transformation of VSMC [20]; this includes loss
of smooth muscle cells’ lineage markers (e.g. SM22-α and smooth muscle α-actin) and
the gaining of osteogenic markers, including: overexpression of transcription factor runtrelated transcription factor 2 (Runx2), which is the master regulator of osteoblastic differentiation; and increased DNA-binding activity of the transcription factor core binding
factor alpha1 (Cbfa1) and genes containing the Cbfa1 binding site including osteopontin
(OSP), osteocalcin (OSC), and alkaline phosphatase (ALP) [20]. The inhibitory enzymatic
activity of inorganic pyrophosphate (PPi), an important endogenous inhibitor of VC [21],
is significantly abrogated by an increase in ALP activity [22]. The transdifferentiation
of VSMC to bone-like phenotypes (i.e., osteo-/chondroblast-like cells) further becomes
exacerbated with the induction of oxidative stress, detective DNA damage response (DDR),
cellular senescence, apoptosis, the release of extracellular matrix vesicles (EVs) (particularly
exosomes), pro-calcific microRNAs (miRs) and elastin degradation, which all result in
the establishment of mineralisation nodules promoting calcification [23–25]. Even though
there are an overwhelming number of studies on the association of risk factors such as
hyperphosphatemia, hypercalcemia, oxidative stress, inflammation, and apoptosis in promoting VC, there is a lack of clarity on the precise contribution of some of the newest and
novel regulatory pathways and molecules in promoting VC. These include elevated level
of EVs, pro-calcific miRs (either free, protein-bound or within EVs), defective DDR, cell
senescence, epigenetics, and the possible interplay between these factors (e.g., potential
cross-talk between hyperphosphatemia, epigenetic factors, intracellular calcium levels,
oxidative stress, DNA damage, defective DDR and cell senescence). To correctly fit these
into the VC pathogenesis map, this requires further intensive investigations.
OSP is a phosphorylated glycoprotein and a key component in bone development.
It has a conserved cell-binding sequence (Arg-Gly-Asp (RGD)) that binds calcium and is
chemotactic and adhesive for rat VSMCs [26]. It is known that the expression level of OSP at
both the RNA and protein level is controlled by the enzymatic activity of ALP, which results
in the generation of free Pi in the extracellular milieu. This is a Pi signal that is necessary
for the induction of OSP mRNA and protein levels [27]. Given the well-known inhibitory
role that Pi plays in inhibiting the catalytic activity of phosphatases [28–31], it is possible,
but to be precisely determined, that ALP and Pi may work in a co-regulatory on one
another, meaning that the enzymatic activity of ALP enhances the release of Pi and freed Pi
then inhibits the activity of ALP. Even though the OSP protein is strongly associates with
calcification in vivo, a previous study showed that human VSMCs express little OSP when
compared with rat VSMCs, indicating that there is a remarkable difference in the biology of
human and rodent VSMCs [26]. Compared to monolayer cultures, it has been shown that
human VSMCs spontaneously form multicellular nodules and deposit calcium crystals. It
has also been shown that the cells in calcifying nodules expresses higher level of the SMC
markers α-SM actin, SM22α, and calponin and increased levels of matrix Gla protein (MGP)
mRNA alongside barely detectable OSP mRNA and protein levels, [32] indicating that OSP
is not an essential factor for the initiation and development of calcification [32]. Another
study examining the pattern of response to the calcifying milieu (via cells treated with
sodium orthophosphate, β-glycerophosphate or β-glycerophosphate/sodium diphosphate)
compared VSMCs with osteoblasts. This study found that VSMCs, in vitro, respond to
calcification inducers by a remarkably lower order of magnitude in up-regulating mRNA
expression of osteoblast-related genes (e.g. Runx-2, osterix (OSX), OSC, OSP) compared to
bone-forming osteoblasts [12]. Treatment of bovine aortic smooth muscle cells (BASMC)
with β-glycerophosphate for ten days resulted in an increase in expression and DNAbinding activity of the transcription factor Cbfa1 and genes containing the Cbfa1 binding
site, including OSP, OSC, and ALP, as well as a decrease in SM22-α and smooth muscle
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α-actin [20]. Similarly, another study reported that treatment of bovine vascular smooth
muscle cells (BVSMC) with β-glycerophosphate or uremic sera resulted in an increase
in OSP expression and ALP activity in BVSMC [33]. Blocking sodium-dependant Pi cotransport or ALP activity partially inhibited uremic sera-induced OSP expression [33],
indicating that even though mineral deposition in BVSMC induced by incubation with
uremic sera is partially regulated by Pi level, it also depends on other factors such as
imbalanced levels of fibroblast growth factor 23 (FGF-23), parathyroid hormone (PTH)
and other serum pro-calcific biomarkers. However, it is of note that the inhibitor of the
Pi transporter utilized in the earlier study [33], foscarnet (also known as PFA or Sodium
phosphonoformate tribasic hexahydrate), a structural analogue of Pi in which one hydroxyl
group is replaced with a carboxyl group, is a weak inhibitor for sodium-dependent Pi
transporter in VSMCs [34]. Therefore, the earlier study could benefit from a more specific
sodium-dependant Pi co-transporter which could potentially result in a greater level of
inhibition of, or fully inhibit, the observed uremic sera-induced OSP expression [33] which
needs to be reassessed in future research endeavours.
It has been shown that the incubation of human arterial SMCs (hAVSMCs) with
uremic serum induced calcification, a process mediated by overexpression of bone morphogenetic protein (BMP-2) and Runx-2 in SMC [35]. This suggested a process whereby
serum from disease settings is evidently primed to promote calcification even outside of
the disease milieu. In an earlier study investigating the effect of uremic serum on bovine
VSMCs, it was shown that uremic serum induces overexpression of Runx-2, OSC, and
increased ALP activity in a cyclic AMP (cAMP)/protein kinase A (PKA), but not protein
kinase C, dependant signaling pathway [36]. It has also been shown that uremic serum
contains an increased BMP-2 concentration. Noggin, an inhibitor of BMP, decreased Runx-2
expression [36]. It remains to be fully clarified, however, what biomarker(s) in patients’
serum initiate calcification both in vitro and in vivo. Meanwhile, a net positive calcium and
phosphate and deranged levels of phosphate-responsive hormones (i.e. phosphatonins)
may partly explain how incubating hAVSMCs with uremic serum induced calcification
in the earlier study [35] but identification of a full panel of serum biomarkers capable of
inducing calcification remains an open research question.
3. Pi Regulation of VC
High serum Pi is frequently observed in patients with CKD [37]. Pi overload affects the
behaviour of vascular cells, including endothelial cells (ECs) [28,29,38,39], SMCs [16,40–42]
and platelets [43]. Excess Pi concentration has reportedly been shown to induce SMC
osteo-/chondrogenic transdifferentiation [44–46]. In a previous study consisting of patients
with coronary artery disease (CAD) with or without end-stage renal failure (ESRF), it has
been found that within the lesions of coronary plaques in subgroups with ESRF there is
the occurrence of more calcified plaques compared to controls (CAD without renal insufficiency), where fibroatheroma and atheroma found to be more frequent [47]. It has also
been observed that in CAD patients with renal failure, the tunica media but not intima
becomes thickened, and calcified plaques are mainly composed of hydroxyapatite and CaPi
rather than calcium oxalate crystals [47]. In cultured ECs, a higher concentration of Pi acts
intracellularly as an inhibitor of cellular phosphoprotein phosphatases (of note phosphotyrosine phosphatases [29] and at least one of the major cellular phosphoserine/threonine
phosphatases; i.e. PP2A [28]) which results in enhanced phosphorylation signals and cell
activation culminating in cytoskeletal changes [28,29] with an endpoint of pro-coagulant
plasma microvesicles released from ECs both in vitro [29,39] and in vivo [48]. In human
aortic valvular interstitial cells, inhibition of PP2A promotes osteogenic differentiation of
the cells via extracellular signal-regulated kinase (ERK) and the p38 MAPK pathway [49].
In VSMCs, a Pi load has been reported to activate ERK and the mammalian target of
rapamycin (mTOR), which were required for VC [41]. It remains to be determined if high
extracellular Pi on VSMCs can result in an increase in intracellular Pi levels and initiate
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osteogenic differentiation of SMCs via inhibition of PP2A coupled ERK and the p38 MAPK
signaling pathway.
Polyphosphate (polyP) is an inorganic polymer of linear-linked orthophosphate
residues. Previous studies have pointed out the important role of extracellular polyP
in the prevention of VC both by hydrolysing to PPi and also by acting directly as an
inhibitor of calcium phosphate deposition (CPD) [21,50]. Given the emerging role that
Pi may play in regulating polyP content in mammalian cells [43], it now merits further
investigation whether Pi-mediated accumulation in intracellular polyP and conversely
depletion of polyP in the extracellular milieu could contribute to the signaling map of
Pi-mediated VC.
4. Pi-Mediated Signaling Pathways
4.1. Oxidative Stress
Oxidative stress occurs when the production of reactive oxygen species (ROS), byproducts of aerobic metabolism, exceeds antioxidant defences. VC is an active cell-mediated
process that occurs in response to oxidative stress, inflammatory cytokines, extracellular
matrix deposition and increased calcium and phosphate levels [16,51,52]. Oxidative stress
has been reported to be an important mediator of VSMCs’ osteochondrogenic transdifferentiation and is closely associated with the development of VC in vitro and in vivo in
patients with CKD [45,51,53,54]. Previous studies have shown that high concentrations of
Pi can induce oxidative stress and VSMC calcification [55]. This is a Pi effect which could be
inhibited by activation of the KEAP1 (Kelch-like ECH-associated protein 1)/NF-E2-related
factor 2 (NRF2)/P62 antioxidative pathway [55]. Nuclear factor-κB (NF-κB), expressed
in nearly all mammalian cells, is an inducible transcription factor which is involved in
cell adhesion, proliferation, differentiation, autophagy, and protection against apoptosis
and cellular senescence [56]. NF-κB can be activated by many stimuli including oxidative
stress, oncogenes, cytokines and DNA damage [56–59]. High Pi, both in vitro and in vivo,
has been reported to induce VSMC calcification via mitochondrial reactive oxygen species
mediated by RelA/p65 nuclear translocation which is an important subunit in the NF-κB
complex [60].
4.2. Oxidative DNA Damage
ROS initiate lipid peroxidation, enormous damage to DNA (oxidative DNA damage)
and proteins, and other abnormal biochemical changes [61]. Upon DNA damage, in
order to maintain and restore genomic stability in response to an insult to the genome
(for example induced by oxidative stress), mammalian cells utilise a complex signaling
network to detect, signal, and eventually repair the encountered DNA damage [62]. If
DDR mechanisms fail to repair the insult(s), then the damaged cell needs to be eliminated
from the proliferating surrounding cells by cell death (apoptosis) or cell senescence (i.e.
the arrest of normal cell division). Mounting evidence indicates that oxidative damage
of DNA can be induced by ROS [63]. It is worth noting that oxidative DNA damage
has been shown in atherosclerotic plaque VSMCs [64], which are already predisposed to
calcification. The ERK1/2 pathway has been shown to be crucial in DDR and are known
to increase the activity of ataxia telangiectasia-mutated protein (ATM) at the site of DNA
damage [65]. Considering the well-documented regulatory role that Pi plays in modulating
ERK signaling in VSMCs [41], it remains to be fully addressed whether Pi could promote
VC via impairing ERK/ATM/DDR signaling leading to genomic instability. It also now
merits establishing whether a high Pi milieu on VSMCs induces oxidative DNA damage in
atherosclerotic plaques (which are already prone to calcification) and whether the persistent
milieu concomitantly promotes such plaques to become calcified.
4.3. Cellular Senescence
VSMCs play an indispensable role in atherogenesis and regulation of VC. Meanwhile
VSMC senescence is associated with atherosclerosis [66–68], aortic and arterial stiffness [69]
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and medial artery calcification [70]. Cellular senescence, the arrest of normal cell division,
can be induced by a broad spectrum of cellular stressors or DNA damage. In human
VSMCs, a higher extracellular Pi has been shown to induce cellular senescence via integrin
linked kinase (ILK) overexpression dependent on IGF-1 receptor activation, and oxidative
stress [71], which is a well-known inducer of DNA damage [63]. In addition, another
study using kidney cells has shown that oxidative stress induces cellular senescence by
increasing ILK protein expression and activity, which in turn reduces Klotho expression [72],
indicating that Pi-induced cellular senescence via ILK might be applicable to multiple cell
types. Klotho (-/-) mice show premature aging phenotypes and CKD-associated mineral
and bone disorder (CKD-MBD)-like phenotypes mediated by hyperphosphatemia [73].
High Pi loading on human aortic SMCs has been shown to induce overexpression of p53,
p21 and p16 and senescence-associated β-galactosidase (SA-β-gal) activity [71], further
evidencing the emerging contribution of Pi-mediated VC by inducing cellular senescence.
4.4. Pi Regulation of VC via Modulating Intracellular Calcium Levels
Increases in intracellular calcium concentrations ([Ca2+ ]i ), both as the result of an
increase in store operated calcium entry (SOCE) and also impaired calcium extrusion from
the cell, is critical for calcification of VSMCs [74]. Potassium limitation induces VSMC
osteogenic differentiation and calcification by increasing [Ca2+ ]i which itself enhances
autophagy and promotes VSMC calcification by activating a cAMP response element–
binding protein (CREB) signal [75]. In human aortic VSMCs, calcium-phosphate (CaPi)
crystals potentiate cell death, an effect which has been shown to be a result of a CaPimediated increase in [Ca2+ ]i and which can be reversed by treatment of cells with the
lysosomal proton pump inhibitor bafilomycin A1 [44,76]. Nguyen NT et al [41] reported
that in a sodium-dependant phosphate cotransport manner, high Pi results in an increase
in [Ca2+ ]i ; in turn, this rise in [Ca2+ ]i could elicit oxidative stress and calcification of
VSMCs. Using primary human aortic SMCs (HAoSMCs), Ma K and colleagues [77] reported
that induction of osteo-/chondrogenic transdifferentiation of VSMCs and subsequent
vascular calcification by Pi is mediated by upregulation of calcium release-activated calcium
channel protein 1 (ORAI1) and stromal interaction molecule 1 (STIM1) expression and
enhanced SOCE.
It is well-documented that high Pi induces a phenotypic change in VSMCs, resulting
in the transdifferentiating of SMCs into osteoblast-like phenotypes, as evidenced by overexpression of Runx2 [78] and osteoblastic differentiation markers OSC and Cbfa-1 [40]. It
has been shown that feeding nephrectomised rats a high phosphate diet even after a short
time (two days) results in a significant increase in serum Pi and intact serum FGF-23 and
PTH, as well as a significant decrease in ionised calcium [79]. PTH increases [Ca2+ ]i levels,
resulting in Ca2+ overload in platelets [80] and cardiomyocytes [81].
In VSMCs, increased calcium entry might affect their structure and function. A recent
study looking at the effect of high Pi on VSMCs revealed that a high Pi milieu results in an
increase in [Ca2+ ]i [78,82]. This might partly explain why high levels of PTH (as seen in
patients with renal insufficiency due to an increase in serum Pi) induces medial calcification.
Arachidonic acid (AA) is involved in the regulation of [Ca2+ ]i in a variety of cell types
including endothelial cells [83,84] and underlying SMCs [85]. In mouse parotid acini it
has been shown that inhibition of serine/threonine phosphatases enhances AA-induced
([Ca2+ ]i ) via protein kinase A (PKA) [86]. A recent study has shown, in both calcified aortic
valves and human valvular interstitial cells (VICs) under osteogenic induction, that PP2A
activity is significantly decreased [49]. Pi is a potent inhibitor of a range of phosphoprotein
phosphatases [28–30] including PP2A [28]. It remains to be determined if a high phosphate
milieu on VSMCs induces calcification [5,16,40], mediated via increasing [Ca2+ ]i in VSMCs
by the action of Pi inhibiting phosphatases involved in regulation of [Ca2+ ]i and mobility,
which predisposes SMCs to calcification.
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5. Role of Extracellular Vesicles in Mediating VC
In calcified arteries, apoptosis results in release of apoptotic bodies from VSMCs
(similar structure to matrix vesicles which are known to be the nucleation sites for calcium crystal formation in bone) and may promote calcium crystal formation by acting
as nucleating nodules [87]. Pi is well documented as the inducer for VSMC calcification
and the effect of Pi on inducing calcification of VSMCs may be partly mediated by the
effect of Pi in decreasing VSMC viability and apoptosis. In the A7r5 cell line (which is rat
aorta origin cells), it has been reported that Pi induces calcification which is accompanied
a decrease in cells’ viability [88]. In cultures of human VSMCs, it has been reported that
calcium/phosphate crystals (CPC) in a size- and composite-dependent manner induce
VSMC death and calcification, with smaller particle sizes (<1 µm in diameter) having
greater potency to induce cell death and calcification [76]. In response to extracellular
calcium, VSMCs release matrix vesicles (MVs) that compositionally are shown to be deferent in matrix Gla protein (as a crucial mineralization inhibitor) and on the contrary are
enriched with matrix metalloproteinase-2 activity (MMP-2), annexin A2, A5, and A6, and
phosphatidylserine (PSer) on the surface of MVs [89]. These molecules (Anexins and PSer)
can enhance calcium binding, coagulation, and provide a suitable bases for hydroxyapatite
nucleation and calcification. High extracellular Pi, both in vitro [29] and in vivo [48] in a rat
partial nephrectomy model of CKD, has been reported to promote release of microvesicles
expressing PSer and, hence, promote in vitro coagulation. Given the very well-known
effect of extracellular Pi on VSMC dysfunction and the Pi-induced increase in [Ca2+ ]i in
VSMCs that has been discussed earlier, it is now remit to explore the composition of extracellular Pi-derived MVs from VSMCs and the effect of these vesicles on VSMC calcification,
remodelling and coagulation.
6. Role of MicroRNAs in Regulating High Pi-Induced VC
miRs are small RNAs that negatively regulate gene expression via repression of the
target mRNAs and are implicated to have substantial regulatory roles in pathologies such
as CKD [90] and associated complications, including, notably, VC [91,92]. The role of miRs
in VC is emerging even though it is well-documented that miRs play a substantial role in
the pathophysiological mechanisms of VC [93]. Ets1 is an important transcription factor
which is involved in enhancing VSMC remodelling through regulating genes encoding
extracellular matrix proteins, such as OSP [94]. In primary cultured rat aortic VSMCs, it has
been reported that treatment of cells with organic phosphate donor β-glycerophosphate
decreased expression of miR-125b and its target, Ets1 [46]. It has been reported that high
extracellular Pi load negatively regulated the expression level of miR-30b, miR-133a, and
miR-143 which are involved in regulating Runx2, Smad1, and OSX [95].
Another study revealed that treatment of explanted rat aorta with extracellular Pi
(6mM) resulted in altered expression of some miRs in a time-dependant manner, with
up-regulation of miR-200c, -155, 322 and down-regulation of miR-708 and 331 at day
three. Subsequently, this study found up-regulation of miR-328, -546, -301a and downregulation of miR-409 and miR-542 after six days Pi-loading [91]. Furthermore, in response
to high extracellular Pi levels, VSMCs experience increased proliferation and enhanced
VSMC migration depending on Pi-induced upregulation of miR-223, which is an important
marker of muscle damage and a key factor in osteoclast differentiation [96]. It remains to
be determined whether high Pi-derived MVs may potentially carry the signature of such
miRs and hence can promote vascular calcification elsewhere from their cells of origin.
Given that hyperphosphatemia is a prominent mineral abnormality in CKD and incubating
VSMCs with serum samples collected from patients with CKD has been shown to promote
calcification in vitro [35,36], the potential, yet-to-be-discovered, existence of such Pi-derived
miRs signatures, either free or within MVs, may partly explain the underlying mechanism
of the observed CKD serum-induced calcification of cultured VSMCs.
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7. Pi, Epigenetic and VC
Epigenetics play a crucial role in mediating calcification [97]. DNA methylation is
one of the most important epigenetic mechanisms which is mediated by DNA methyltransferases (DNMTs) [98]. In response to high extracellular Pi levels, it has been shown
that an increase in Pi influx induces phosphorylation and activation of the DNA methyltransferase (DNMT1) with subsequent association with the RAS protein activator-like 1
(RASAL1) promoter by histone deacetylase 2 (HDAC2), resulting in RASAL1 promoter
cytosine phosphate-guanine (CpG) island hypermethylation which has been implicated in
pathological endothelial–mesenchymal transition (EndoMT) in cardiac pathologies such as
calcific aortic valve disease and cardiac fibrosis [99,100]. It has been reported that high Pi
treatment of VSMCs both in vivo and in vitro dampens the expression of miR-34b which
targets Notch1 which is involved in the process of calcification of VSMCs [101]. This effect
of Pi-load in reducing the expression of miR-34b was shown to be due to Pi-induced hypermethylation of CpG island where the promoter of miR-34b is embedded. It has been further
shown that the reported DNA hypermethylation and consequent miR-34b silencing was
mediated by an increase in the expression of DNMT3a [101]. Extracellular Pi has also been
reported to downregulate miR-204 (which targets DNMT3a) in calcified human renal arteries from patients with uremia, in calcified arteries of CKD mice receiving a high-phosphate
diet, and in cultures of VSMCs [102]. Given the substantial regulatory role of high Pi in
enhancing cellular protein phosphorylation signals [28,29], of note phosphorylation and
activation of DNMT1 [99], and a recent report highlighting the emergence of the epigenetic
regulatory role that Pi may play in regulating VC by augmenting miR-34b expression downstream of CpG island hypermethylation, it now merits further investigation whether Pi is
involved in transdifferentiation and calcification of VSMCs by altering phosphorylation
status and hence activity of DNMTs in VSMCs and their potential, yet-to-be-discovered,
targeted miRs involved in regulating VSMCs remodelling and calcification.
8. Conclusions and Directions for Future Work
VC is a complex and highly regulated process. Over the past two decades, tremendous
progress has been made in our understanding of the regulation of VC. However, despite
this progress, more work is needed to determine the precise mechanisms underlying the
initiation and progression of VC in different disease settings, particularly in CKD. VSMCs
promote mineralization by mechanisms involving osteo-/chondrogenic transdifferentiation. Pi-induced transdifferentiation of VSMCs to an osteo-/chondrogenic phenotype is
controlled by complex intracellular signaling pathways. Given the crucial role that Pi plays
in regulation of VSMCs’ phenotypical transdifferentiation to bone-like cells and VC, as
well as the emergence of evidence shedding light on the possible interplay that Pi may
have in promoting calcification by acting via epigenetic pathways, regulation of [Ca2+ ]i ,
defective DDR and cellular senescence, there is a need for further studies to clarify precise
signaling molecules and targets to limit initiation or mitigate the progression of calcification
in patients at high risk of developing VC, such as those with CKD.
Funding: This research received no external funding.
Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.
Conflicts of Interest: The authors declare they have no conflicts of interest.

References
1.
2.

Elliott, R.J.; McGrath, L.T. Calcification of the human thoracic aorta during aging. Calcif. Tissue Int. 1994, 54, 268–273. [CrossRef]
[PubMed]
Madhavan, M.; Tarigopula, M.; Mintz, G.S.; Maehara, A.; Stone, G.W.; Généreux, P. Coronary artery calcification: Pathogenesis
and prognostic implications. J. Am. Coll. Cardiol. 2014, 63, 1703–1714. [CrossRef]

Biomedicines 2021, 9, 804

3.
4.
5.
6.
7.

8.
9.
10.
11.
12.
13.
14.
15.
16.
17.
18.
19.
20.

21.
22.
23.

24.
25.

26.
27.
28.

9 of 12

Li, Z.; Wu, J.; Zhang, X.; Ou, C.; Zhong, X.; Chen, Y.; Lu, L.; Liu, H.; Li, Y.; Liu, X.; et al. CDC42 promotes vascular calcification in
chronic kidney disease. J. Pathol. 2019, 249, 461–471. [CrossRef] [PubMed]
Blacher, J.; Guerin, A.P.; Pannier, B.; Marchais, S.J.; London, G.M. Arterial calcifications, arterial stiffness, and cardiovascular risk
in end-stage renal disease. Hypertension 2001, 38, 938–942. [CrossRef] [PubMed]
Shanahan, C.M.; Crouthamel, M.H.; Kapustin, A.; Giachelli, C.M. Arterial calcification in chronic kidney disease: Key roles for
calcium and phosphate. Circ. Res. 2011, 109, 697–711. [CrossRef] [PubMed]
London, G.M.; Guerin, A.P.; Marchais, S.J.; Metivier, F.; Pannier, B.; Adda, H. Arterial media calcification in end-stage renal
disease: Impact on all-cause and cardiovascular mortality. Nephrol. Dial. Transplant. 2003, 18, 1731–1740. [CrossRef] [PubMed]
Yamada, S.; Tokumoto, M.; Tatsumoto, N.; Taniguchi, M.; Noguchi, H.; Nakano, T.; Masutani, K.; Ooboshi, H.; Tsuruya, K.;
Kitazono, T. Phosphate overload directly induces systemic inflammation and malnutrition as well as vascular calcification in
uremia. Am. J. Physiol. Ren. Physiol. 2014, 306, F1418–F1428. [CrossRef]
Rath, D.P.; Bailey, M.; Zhang, H.; Jiang, Z.; Abduljalil, A.M.; Weisbrode, S.; Hamlin, R.L.; Robitaille, P.M. 31P-nuclear magnetic
resonance studies of chronic myocardial ischemia in the Yucatan micropig. J. Clin. Investig. 1995, 95, 151–157. [CrossRef]
Cohen, L.F.; Balow, J.E.; Magrath, I.T.; Poplack, D.G.; Ziegler, J.L. Acute tumor lysis syndrome. A review of 37 patients with
Burkitt’s lymphoma. Am. J. Med. 1980, 68, 486–491. [CrossRef]
Lacerda-Abreu, M.A.; Meyer-Fernandes, J.R. Release of Inorganic Phosphate into the Tumor Environment: Possible Roles of
Ecto-Nucleotidases and Ecto-Phosphatases. Nov. Approaches Cancer Study. 2019, 3, 289–293.
Ohnishi, M.; Razzaque, M.S. Dietary and genetic evidence for phosphate toxicity accelerating mammalian aging. FASEB J. 2010,
24, 3562–3571. [CrossRef]
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]
Mathieu, P.; Voisine, P.; Pépin, A.; Shetty, R.; Savard, N.; Dagenais, F. Calcification of human valve interstitial cells is dependent
on alkaline phosphatase activity. J. Heart Valve Dis. 2005, 14, 353–357.
Kerr, P.G.; Guerin, A.P. Arterial calcification and stiffness in chronic kidney disease. Clin. Exp. Pharmacol. Physiol. 2007, 34,
683–687. [CrossRef] [PubMed]
Jablonski, K.L.; Chonchol, M. Vascular calcification in end-stage renal disease. Hemodial. Int. 2013, 17 (Suppl. 1), S17–S21.
[CrossRef] [PubMed]
Giachelli, C.M.; Jono, S.; Shioi, A.; Nishizawa, Y.; Mori, K.; Morii, H. Vascular calcification and inorganic phosphate. Am. J. Kidney
Dis. 2001, 38 (Suppl. 1), S34–S37. [CrossRef] [PubMed]
Lau, W.L.; Pai, A.; Moe, S.M.; Giachelli, C.M. Direct effects of phosphate on vascular cell function. Adv. Chronic Kidney Dis. 2011,
18, 105–112. [CrossRef] [PubMed]
Amann, K. Media calcification and intima calcification are distinct entities in chronic kidney disease. Clin. J. Am. Soc. Nephrol.
2008, 3, 1599–1605. [CrossRef] [PubMed]
Uccelli, A.; Moretta, L.; Pistoia, V. Mesenchymal stem cells in health and disease. Nat. Rev. Immunol. 2008, 8, 726–736. [CrossRef]
[PubMed]
Steitz, S.A.; Speer, M.Y.; Curinga, G.; Yang, H.Y.; Haynes, P.; Aebersold, R.; Schinke, T.; Karsenty, G.; Giachelli, C.M. Smooth
muscle cell phenotypic transition associated with calcification: Upregulation of Cbfa1 and downregulation of smooth muscle
lineage markers. Circ. Res. 2001, 89, 1147–1154. [CrossRef] [PubMed]
Schibler, D.; Russell, R.G.; Fleisch, H. Inhibition by pyrophosphate and polyphosphate of aortic calcification induced by vitamin
D3 in rats. Clin. Sci. 1968, 35, 363–372.
Lomashvili, K.A.; Garg, P.; Narisawa, S.; Millan, J.L.; O’Neill, W.C. Upregulation of alkaline phosphatase and pyrophosphate
hydrolysis: Potential mechanism for uremic vascular calcification. Kidney Int. 2008, 73, 1024–1030. [CrossRef] [PubMed]
Kapustin, A.N.; Chatrou, M.L.L.; Drozdov, I.; Zheng, Y.; Davidson, S.M.; Soong, D.; Furmanik, M.; Sanchis, P.; De Rosales, R.T.M.;
Alvarez-Hernandez, D.; et al. Vascular smooth muscle cell calcification is mediated by regulated exosome secretion. Circ. Res.
2015, 116, 1312–1323. [CrossRef]
Huang, M.; Zheng, L.; Xu, H.; Tang, D.; Lin, L.; Zhang, J.; Li, C.; Wang, W.; Yuan, Q.; Tao, L.; et al. Oxidative stress contributes to
vascular calcification in patients with chronic kidney disease. J. Mol. Cell Cardiol. 2020, 138, 256–268. [CrossRef] [PubMed]
Xu, D.; Zeng, F.; Han, L.; Wang, J.; Yin, Z.; Lv, L.; Guo, L.; Wang, D.; Xu, Y.; Zhou, H. The synergistic action of phosphate and
interleukin-6 enhances senescence-associated calcification in vascular smooth muscle cells depending on p53. Mech. Ageing Dev.
2019, 18, 111124. [CrossRef] [PubMed]
Newman, C.M.; Bruun, B.C.; Porter, K.E.; Mistry, P.K.; Shanahan, C.M.; Weissberg, P.L. Osteopontin is not a marker for
proliferating human vascular smooth muscle cells. Arterioscler. Thromb. Vasc. Biol. 1995, 15, 2010–2018. [CrossRef]
Beck, G.R.J.; Zerler, B.; Moran, E. Phosphate is a specific signal for induction of osteopontin gene expression. Proc. Natl. Acad. Sci.
USA 2000, 97, 8352–8357. [CrossRef] [PubMed]
Abbasian, N.; Bevington, A.; Burton, J.O.; Herbert, K.E.; Goodall, A.H.; Brunskill, N.J. Inorganic Phosphate (Pi) Signaling in
Endothelial Cells: A Molecular Basis for Generation of Endothelial Microvesicles in Uraemic Cardiovascular Disease. Int. J. Mol.
Sci. 2020, 21, 6993. [CrossRef]

Biomedicines 2021, 9, 804

29.

30.
31.
32.

33.
34.
35.
36.
37.
38.
39.
40.
41.
42.
43.
44.

45.

46.

47.
48.
49.
50.
51.

52.

53.

10 of 12

Abbasian, N.; Burton, J.O.; Herbert, K.E.; Tregunna, B.-E.; Brown, J.R.; Ghaderi-Najafabadi, M.; Brunskill, N.J.; Goodall, A.H.;
Bevington, A. Hyperphosphatemia, Phosphoprotein Phosphatases, and Microparticle Release in Vascular Endothelial Cells. J.
Am. Soc. Nephrol. 2015, 26, 2152–2162. [CrossRef]
Khandelwal, R.L.; Kasmani, S.A. Studies on in activation and reactivation of homogeneous rabbit liver phosphoprotein phosphatases by inorganic pyorphosphate and divalent cations. Biochim. Biophys. Acta 1980, 613, 95–105. [CrossRef]
Szajerka, G.; Kwiatkowska, J. The effect of cortisol on rabbit red cell acid phosphatase isoenzymes. Mol. Cell Biochem. 1984, 59,
183–186. [CrossRef]
Proudfoot, D.; Skepper, J.N.; Shanahan, C.M.; Weissberg, P.L. Calcification of human vascular cells in vitro is correlated with
high levels of matrix Gla protein and low levels of osteopontin expression. Arterioscler. Thromb. Vasc. Biol. 1998, 18, 379–388.
[CrossRef] [PubMed]
Chen, N.X.; O’Neill, K.D.; Duan, D.; Moe, S.M. Phosphorus and uremic serum up-regulate osteopontin expression in vascular
smooth muscle cells. Kidney Int. 2002, 62, 1724–1731. [CrossRef] [PubMed]
Villa-Bellosta, R.; Bogaert, Y.E.; Levi, M.; Sorribas, V. Characterization of phosphate transport in rat vascular smooth muscle cells:
Implications for vascular calcification. Arterioscler. Thromb. Vasc. Biol. 2007, 27, 1030–1036. [CrossRef] [PubMed]
Patidar, A.; Singh, D.K.; Thakur, S.; Farrington, K.; Baydoun, A.R. Uremic serum-induced calcification of human aortic smooth
muscle cells is a regulated process involving Klotho and RUNX2. Biosci. Rep. 2019, 39. [CrossRef] [PubMed]
Chen, N.X.; Duan, D.; O’Neill, K.D.; Wolisi, G.O.; Koczman, J.J.; Laclair, R.; Moe, S.M. The mechanisms of uremic serum-induced
expression of bone matrix proteins in bovine vascular smooth muscle cells. Kidney Int. 2006, 70, 1046–1053. [CrossRef] [PubMed]
Ketteler, M. Phosphate Metabolism in CKD Stages 3-5: Dietary and Pharmacological Control. Int. J. Nephrol. 2011, 2011, 970245.
[CrossRef] [PubMed]
Di Marco, G.S.; Hausberg, M.; Hillebrand, U.; Rustemeyer, P.; Wittkowski, W.; Lang, D.; Pavenstadt, H. Increased inorganic
phosphate induces human endothelial cell apoptosis in vitro. Am. J. Physiol. Ren. Physiol. 2008, 294, E1381–E1387. [CrossRef]
Di Marco, G.S.; Konig, M.; Stock, C.; Wiesinger, A.; Hillebrand, U.; Reiermann, S.; Reuter, S.; Amler, S.; Kohler, G.; Buck, F.; et al.
High phosphate directly affects endothelial function by downregulating annexin II. Kidney Int. 2013, 83, 213–222. [CrossRef]
Jono, S.; McKee, M.D.; Murry, C.E.; Shioi, A.; Nishizawa, Y.; Mori, K.; Morii, H.; Giachelli, C.M. Phosphate regulation of vascular
smooth muscle cell calcification. Circ. Res. 2000, 87, E10–E17. [CrossRef]
Nguyen, N.T.; Nguyen, T.T.; Da Ly, D.; Xia, J.-B.; Qi, X.-F.; Lee, I.-K.; Cha, S.-K.; Park, K.-S. Oxidative stress by Ca2+ overload is
critical for phosphate-induced vascular calcification. Am. J. Physiol. Heart Circ. Physiol. 2020, 319, H1302–H1312. [CrossRef]
Liu, L.; Liu, Y.; Zhang, Y.; Bi, X.; Nie, L.; Liu, C.; Xiong, J.; He, T.; Xu, X.; Yu, Y.; et al. High phosphate-induced downregulation of
PPARgamma contributes to CKD-associated vascular calcification. J. Mol. Cell. Cardiol. 2018, 114, 264–275. [CrossRef] [PubMed]
Abbasian, N.; Harper, M.T. High extracellular phosphate increases platelet polyphosphate content. Platelets 2020, 1–3. [CrossRef]
[PubMed]
Alesutan, I.; Musculus, K.; Castor, T.; Alzoubi, K.; Voelkl, J.; Lang, F. Inhibition of Phosphate-Induced Vascular Smooth Muscle
Cell Osteo-/Chondrogenic Signaling and Calcification by Bafilomycin A1 and Methylamine. Kidney Blood Press. Res. 2015, 40,
490–499. [CrossRef] [PubMed]
Luong, T.T.D.; Schelski, N.; Boehme, B.; Makridakis, M.; Vlahou, A.; Lang, F.; Pieske, B.; Alesutan, I.; Voelkl, J. Fibulin-3 Attenuates
Phosphate-Induced Vascular Smooth Muscle Cell Calcification by Inhibition of Oxidative Stress. Cell. Physiol. Biochem. 2018, 46,
1305–1316. [CrossRef]
Wen, P.; Cao, H.; Fang, L.; Ye, H.; Zhou, Y.; Jiang, L.; Su, W.; Xu, H.; He, W.; Dai, C.; et al. miR-125b/Ets1 axis regulates
transdifferentiation and calcification of vascular smooth muscle cells in a high-phosphate environment. Exp. Cell Res. 2014, 322,
302–312. [CrossRef] [PubMed]
Schwarz, U.; Buzello, M.; Ritz, E.; Stein, G.; Raabe, G.; Wiest, G.; Mall, G.; Amann, K. Morphology of coronary atherosclerotic
lesions in patients with end-stage renal failure. Nephrol. Dial. Transplant. 2000, 15, 218–223. [CrossRef]
Abbasian, N.; Goodall, A.H.; Burton, J.O.; Bursnall, D.; Bevington, A.; Brunskill, N.J. Hyperphosphatemia Drives Procoagulant
Microvesicle Generation in the Rat Partial Nephrectomy Model of CKD. J. Clin. Med. 2020, 9, 3534. [CrossRef]
Xie, F.; Li, F.; Li, R.; Liu, Z.; Shi, J.; Zhang, C.; Dong, N. Inhibition of PP2A enhances the osteogenic differentiation of human aortic
valvular interstitial cells via ERK and p38 MAPK pathways. Life Sci. 2020, 257, 118086. [CrossRef] [PubMed]
Villa-Bellosta, R.; Sorribas, V. Prevention of vascular calcification by polyphosphates and nucleotides- role of ATP. Circ. J. 2013, 77,
2145–2151. [CrossRef]
Byon, C.H.; Javed, A.; Dai, Q.; Kappes, J.C.; Clemens, T.L.; Darley-Usmar, V.M.; McDonald, J.M.; Chen, Y. Oxidative stress induces
vascular calcification through modulation of the osteogenic transcription factor Runx2 by AKT signaling. J. Biol. Chem. 2008, 283,
15319–15327. [CrossRef]
Reynolds, J.L.; Joannides, A.J.; Skepper, J.N.; McNair, R.; Schurgers, L.J.; Proudfoot, D.; Jahnen-Dechent, W.; Weissberg,
P.L.; Shanahan, C.M. Human vascular smooth muscle cells undergo vesicle-mediated calcification in response to changes in
extracellular calcium and phosphate concentrations: A potential mechanism for accelerated vascular calcification in ESRD. J. Am.
Soc. Nephrol. 2004, 15, 2857–2867. [CrossRef] [PubMed]
Gamboa, J.L.; Billings, F.T.; Bojanowski, M.T.; Gilliam, L.A.; Yu, C.; Roshanravan, B.; Roberts, L.J.; Himmelfarb, J.; Ikizler, T.A.;
Brown, N.J. Mitochondrial dysfunction and oxidative stress in patients with chronic kidney disease. Physiol. Rep. 2016, 4, e12780.
[CrossRef]

Biomedicines 2021, 9, 804

54.
55.
56.
57.
58.
59.
60.

61.
62.
63.
64.
65.

66.
67.
68.

69.
70.

71.

72.

73.
74.

75.
76.

77.
78.
79.

11 of 12

Patel, J.J.; Bourne, L.E.; Thakur, S.; Farrington, K.; Gorog, D.A.; Orriss, I.R.; Baydoun, A.R. 2-Oxothiazolidine-4-carboxylic acid
inhibits vascular calcification via induction of glutathione synthesis. J. Cell. Physiol. 2021, 236, 2696–2705. [CrossRef]
Wei, R.; Enaka, M.; Muragaki, Y. Activation of KEAP1/NRF2/P62 signaling alleviates high phosphate-induced calcification of
vascular smooth muscle cells by suppressing reactive oxygen species production. Sci. Rep. 2019, 9, 10366. [CrossRef] [PubMed]
Mitchell, S.; Vargas, J.; Hoffmann, A. Signaling via the NFκB system. Wiley Interdiscip. Rev. Syst. Biol. Med. 2016, 8, 227–241.
[CrossRef]
Wu, Z.-H.; Miyamoto, S. Many faces of NF-kappaB signaling induced by genotoxic stress. J. Mol. Med. 2007, 85, 1187–1202.
[CrossRef] [PubMed]
Janssens, S.; Tschopp, J. Signals from within: The DNA-damage-induced NF-kappaB response. Cell Death Differ. 2006, 13, 773–784.
[CrossRef]
Hayden, M.S.; Ghosh, S. Signaling to NF-kappaB. Genes Dev. 2004, 18, 2195–2224. [CrossRef]
Zhao, M.-M.; Xu, M.-J.; Cai, Y.; Zhao, G.; Guan, Y.; Kong, W.; Tang, C.; Wang, X. Mitochondrial reactive oxygen species promote
p65 nuclear translocation mediating high-phosphate-induced vascular calcification in vitro and in vivo. Kidney Int. 2011, 79,
1071–1079. [CrossRef]
Bartsch, H.; Nair, J. Chronic inflammation and oxidative stress in the genesis and perpetuation of cancer: Role of lipid peroxidation,
DNA damage, and repair. Langenbeck’s Arch. Surg. 2006, 391, 499–510. [CrossRef] [PubMed]
Blackford, A.N.; Jackson, S.P. ATM, ATR, and DNA-PK: The Trinity at the Heart of the DNA Damage Response. Mol. Cell 2017,
66, 801–817. [CrossRef]
Gonzalez-Hunt, C.P.; Wadhwa, M.; Sanders, L.H. DNA damage by oxidative stress: Measurement strategies for two genomes.
Curr. Opin. Toxicol. 2018, 7, 87–94. [CrossRef]
Shah, A.; Gray, K.; Figg, N.; Finigan, A.; Starks, L.; Bennett, M. Defective Base Excision Repair of Oxidative DNA Damage in
Vascular Smooth Muscle Cells Promotes Atherosclerosis. Circulation 2018, 138, 1446–1462. [CrossRef]
Warren, D.T.; Tajsic, T.; Porter, L.J.; Minaisah, R.M.; Cobb, A.; Jacob, A.; Rajgor, D.; Zhang, Q.P.; Shanahan, C.M. Nesprin-2dependent ERK1/2 compartmentalisation regulates the DNA damage response in vascular smooth muscle cell ageing. Cell Death
Differ. 2015, 22, 1540–1550. [CrossRef]
Bennett, M.R.; Sinha, S.; Owens, G.K. Vascular Smooth Muscle Cells in Atherosclerosis. Circ. Res. 2016, 118, 692–702. [CrossRef]
[PubMed]
Grootaert, M.O.J.; Moulis, M.; Roth, L.; Martinet, W.; Vindis, C.; Bennett, M.R.; De Meyer, G.R.Y. Vascular smooth muscle cell
death, autophagy and senescence in atherosclerosis. Cardiovasc. Res. 2018, 114, 622–634. [CrossRef] [PubMed]
Gardner, S.E.; Humphry, M.; Bennett, M.R.; Clarke, M.C.H. Senescent Vascular Smooth Muscle Cells Drive Inflammation Through
an Interleukin-1α-Dependent Senescence-Associated Secretory Phenotype. Arterioscler. Thromb. Vasc. Biol. 2015, 35, 1963–1974.
[CrossRef]
Ding, Y.; Han, Y.; Lu, Q.; An, J.; Zhu, H.; Xie, Z.; Song, P.; Zou, M.-H. Peroxynitrite-Mediated SIRT (Sirtuin)-1 Inactivation
Contributes to Nicotine-Induced Arterial Stiffness in Mice. Arterioscler. Thromb. Vasc. Biol. 2019, 39, 1419–1431. [CrossRef]
Nakano-Kurimoto, R.; Ikeda, K.; Uraoka, M.; Nakagawa, Y.; Yutaka, K.; Koide, M.; Takahashi, T.; Matoba, S.; Yamada, H.; Okigaki,
M.; et al. Replicative senescence of vascular smooth muscle cells enhances the calcification through initiating the osteoblastic
transition. Am. J. Physiol. Heart Circ. Physiol. 2009, 297, H1673–H1684. [CrossRef] [PubMed]
Troyano, N.; Nogal, M.D.; Mora, I.; Diaz-Naves, M.; Lopez-Carrillo, N.; Sosa, P.; Rodriguez-Puyol, D.; Olmos, G.; Ruiz-Torres,
M.P. Hyperphosphatemia induces cellular senescence in human aorta smooth muscle cells through integrin linked kinase (ILK)
up-regulation. Mech. Ageing Dev. 2015, 152, 43–55. [CrossRef] [PubMed]
Troyano-Suárez, N.D.; Nogal-Avila, M.; Mora, I.; Sosa, P.; López-Ongil, S.; Rodriguez-Puyol, D.; Olmos, G.; Ruíz-Torres, M.P.
Glucose Oxidase Induces Cellular Senescence in Immortal Renal Cells through ILK by Downregulating Klotho Gene Expression.
Oxid. Med. Cell. Longev. 2015, 2015, 416738. [CrossRef] [PubMed]
Kuro-O, M. Phosphate and Klotho. Kidney Int. Suppl. 2011, 79, S20–S23. [CrossRef]
Rodenbeck, S.D.; Zarse, C.A.; McKenney-Drake, M.L.; Bruning, R.S.; Sturek, M.; Chen, N.X.; Moe, S.M. Intracellular calcium
increases in vascular smooth muscle cells with progression of chronic kidney disease in a rat model. Nephrol. Dial. Transplant.
2017, 32, 450–458. [CrossRef]
Sun, Y.; Byon, C.H.; Yang, Y.; Bradley, W.E.; Dell’Italia, L.J.; Sanders, P.W.; Agarwal, A.; Wu, H.; Chen, Y. Dietary potassium
regulates vascular calcification and arterial stiffness. JCI Insight 2017, 2, e94920. [CrossRef]
Ewence, A.E.; Bootman, M.; Roderick, H.L.; Skepper, J.N.; McCarthy, G.; Epple, M.; Neumann, M.; Shanahan, C.M.; Proudfoot, D.
Calcium phosphate crystals induce cell death in human vascular smooth muscle cells: A potential mechanism in atherosclerotic
plaque destabilization. Circ. Res. 2008, 103, e28–e34. [CrossRef] [PubMed]
Ma, K.; Liu, P.; Al-Maghout, T.; Sukkar, B.; Cao, H.; Voelkl, J.; Alesutan, I.; Pieske, B.; Lang, F. Phosphate-induced ORAI1
expression and store-operated Ca(2+) entry in aortic smooth muscle cells. J. Mol. Med. (Berl.) 2019, 97, 1465–1475. [CrossRef]
Graciolli, F.G.; Neves, K.R.; Dos Reis, L.M.; Graciolli, R.G.; Noronha, I.L.; Moysés, R.M.A.; Jorgetti, V. Phosphorus overload and
PTH induce aortic expression of Runx2 in experimental uraemia. Nephrol. Dial. Transplant. 2009, 24, 1416–1421. [CrossRef]
Aniteli, T.M.; De Siqueira, F.R.; Dos Reis, L.M.; Dominguez, W.V.; De Oliveira, E.M.C.; Castelucci, P.; Moysés, R.M.A.; Jorgetti, V.
Effect of variations in dietary Pi intake on intestinal Pi transporters (NaPi-IIb, PiT-1, and PiT-2) and phosphate-regulating factors
(PTH, FGF-23, and MEPE). Pflug. Arch. 2018, 470, 623–632. [CrossRef]

Biomedicines 2021, 9, 804

80.

12 of 12

Raine, A.E.; Bedford, L.; Simpson, A.W.; Ashley, C.C.; Brown, R.; Woodhead, J.S.; Ledingham, J.G. Hyperparathyroidism, platelet
intracellular free calcium and hypertension in chronic renal failure. Kidney Int. 1993, 43, 700–705. [CrossRef]
81. Zhang, Y.B.; Smogorzewski, M.; Ni, Z.; Massry, S.G. Altered cytosolic calcium homeostasis in rat cardiac myocytes in CRF. Kidney
Int. 1994, 45, 1113–1119. [CrossRef]
82. Neves, K.R.; Graciolli, F.G.; Dos Reis, L.M.; Graciolli, R.G.; Neves, C.L.; Magalhães, A.O.; Custódio, M.R.; Batista, D.G.; Jorgetti,
V.; Moysés, R.M.A. Vascular calcification: Contribution of parathyroid hormone in renal failure. Kidney Int. 2007, 71, 1262–1270.
[CrossRef]
83. Li, J.; Bruns, A.-F.; Hou, B.; Rode, B.; Webster, P.J.; Bailey, M.A.; Appleby, H.L.; Moss, N.K.; Ritchie, J.E.; Yuldasheva, N.Y.; et al.
Orai3 Surface Accumulation and Calcium Entry Evoked by Vascular Endothelial Growth Factor. Arterioscler. Thromb. Vasc. Biol.
2015, 35, 1987–1994. [CrossRef]
84. Berra-Romani, R.; Faris, P.; Negri, S.; Botta, L.; Genova, T.; Moccia, F. Arachidonic Acid Evokes an Increase in Intracellular Ca(2+)
Concentration and Nitric Oxide Production in Endothelial Cells from Human Brain Microcirculation. Cells 2019, 8, 689. [CrossRef]
85. Zhang, W.; Zhang, X.; González-Cobos, J.C.; Stolwijk, J.A.; Matrougui, K.; Trebak, M. Leukotriene-C4 synthase, a critical enzyme
in the activation of store-independent Orai1/Orai3 channels, is required for neointimal hyperplasia. J. Biol. Chem. 2015, 290,
5015–5027. [CrossRef]
86. Saino, T.; Watson, E.L. Inhibition of serine/threonine phosphatase enhances arachidonic acid-induced [Ca2+ ] i via protein kinase
A. Am. J. Physiol. Cell Physiol. 2009, 296, C88–C96. [CrossRef]
87. Proudfoot, D.; Skepper, J.N.; Hegyi, L.; Bennett, M.R.; Shanahan, C.M.; Weissberg, P.L. Apoptosis regulates human vascular
calcification in vitro: Evidence for initiation of vascular calcification by apoptotic bodies. Circ. Res. 2000, 87, 1055–1062. [CrossRef]
[PubMed]
88. Shin, M.-Y.; Kwun, I.-S. Phosphate-induced rat vascular smooth muscle cell calcification and the implication of zinc deficiency in
a7r5 cell viability. Prev. Nutr. Food Sci. 2013, 18, 92–97. [CrossRef]
89. Kapustin, A.N.; Davies, J.D.; Reynolds, J.L.; McNair, R.; Jones, G.T.; Sidibe, A.; Schurgers, L.J.; Skepper, J.N.; Proudfoot, D.; Mayr,
M.; et al. Calcium regulates key components of vascular smooth muscle cell-derived matrix vesicles to enhance mineralization.
Circ. Res. 2011, 109, e1–e12. [CrossRef] [PubMed]
90. Abbasian, N.; Herbert, K.E.; Pawluczyk, I.; Burton, J.O.; Bevington, A. Vesicles Bearing Gifts: The Functional Importance of
micro-RNA Transfer in Extracellular Vesicles in Chronic Kidney Disease. Am. J. Physiol. Ren. Physiol. 2018, 315, F1430–F1443.
[CrossRef] [PubMed]
91. Fakhry, M.; Skafi, N.; Fayyad-Kazan, M.; Kobeissy, F.; Hamade, E.; Mebarek, S.; Habib, A.; Borghol, N.; Zeidan, A.; Magne, D.;
et al. Characterization and assessment of potential microRNAs involved in phosphate-induced aortic calcification. J. Cell. Physiol.
2018, 233, 4056–4067. [CrossRef]
92. Alkagiet, S.; Tziomalos, K. Vascular calcification: The role of microRNAs. Biomol. Concepts 2017, 8, 119–123. [CrossRef] [PubMed]
93. Gui, T.; Zhou, G.; Sun, Y.; Shimokado, A.; Itoh, S.; Oikawa, K.; Muragaki, Y. MicroRNAs that target Ca(2+) transporters are
involved in vascular smooth muscle cell calcification. Lab. Investig. 2012, 92, 1250–1259. [CrossRef] [PubMed]
94. Hultgårdh-Nilsson, A.; Cercek, B.; Wang, J.W.; Naito, S.; Lövdahl, C.; Sharifi, B.; Forrester, J.S.; Fagin, J.A. Regulated expression
of the ets-1 transcription factor in vascular smooth muscle cells in vivo and in vitro. Circ. Res. 1996, 78, 589–595. [CrossRef]
[PubMed]
95. Louvet, L.; Metzinger, L.; Büchel, J.; Steppan, S.; Massy, Z.A. Magnesium Attenuates Phosphate-Induced Deregulation of a
MicroRNA Signature and Prevents Modulation of Smad1 and Osterix during the Course of Vascular Calcification. BioMed Res.
Int. 2016, 2016, 7419524. [CrossRef] [PubMed]
96. Rangrez, A.Y.; M’Baya-Moutoula, E.; Meuth, V.M.-L.; Hénaut, L.; Djelouat, M.S.; Benchitrit, J.; Massy, Z.A.; Metzinger, L. Inorganic
phosphate accelerates the migration of vascular smooth muscle cells: Evidence for the involvement of miR-223. PLoS ONE 2012,
7, e47807.
97. Wu, S.-S.; Lin, X.; Yuan, L.-Q.; Liao, E.-Y. The Role of Epigenetics in Arterial Calcification. BioMed Res. Int. 2015, 2015, 320849.
[CrossRef] [PubMed]
98. Herman, J.G.; Baylin, S.B. Gene silencing in cancer in association with promoter hypermethylation. N. Engl. J. Med. 2003, 349,
2042–2054. [CrossRef]
99. Tan, X.; Xu, X.; Zeisberg, M.; Zeisberg, E.M. DNMT1 and HDAC2 cooperate to facilitate aberrant promoter methylation in
inorganic phosphate-induced endothelial-mesenchymal transition. PLoS ONE 2016, 11, e0147816. [CrossRef]
100. Xu, X.; Tan, X.; Tampe, B.; Nyamsuren, G.; Liu, X.; Maier, L.S.; Sossalla, S.; Kalluri, R.; Zeisberg, M.; Hasenfuss, G.; et al. Epigenetic
balance of aberrant Rasal1 promoter methylation and hydroxymethylation regulates cardiac fibrosis. Cardiovasc. Res. 2015, 105,
279–291. [CrossRef]
101. Lin, X.; Li, F.; Xu, F.; Cui, R.-R.; Xiong, D.; Zhong, J.-Y.; Zhu, T.; Shan, S.-K.; Wu, F.; Xie, X.-B.; et al. Aberration methylation of
miR-34b was involved in regulating vascular calcification by targeting Notch1. Aging 2019, 11, 3182–3197. [CrossRef] [PubMed]
102. Lin, X.; Xu, F.; Cui, R.-R.; Xiong, D.; Zhong, J.-Y.; Zhu, T.; Li, F.; Wu, F.; Xie, X.-B.; Mao, M.-Z.; et al. Arterial Calcification Is
Regulated Via an miR-204/DNMT3a Regulatory Circuit Both In Vitro and in Female Mice. Endocrinology 2018, 159, 2905–2916.
[CrossRef] [PubMed]

