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Abstract: Cardiovascular diseases (CVD) constitute the major cause of death worldwide and show a
higher prevalence in the adult population. The human umbilical cord consistsof two arteries and
one vein, both composed of three tunics. The tunica intima, lined with endothelial cells, regulates
vascular tone through the production/release of vasoregulatory substances. These substances can be
vasoactive factors released by endothelial cells (ECs) that cause vasodilation (NO, PGI2, EDHEF, and
Bradykinin) or vasoconstriction (ET1, TXA2, and Ang II) depending on the cell type (ECs or SMC) that
reacts to the stimulus. Vascular studies using ECs are important for the analysis of cardiovascular
diseases since endothelial dysfunction is an important CVD risk factor. In this paper, we will
address the morphological characteristics of the human umbilical cord and its component vessels.
the constitution of the vascular endothelium, and the evolution of human umbilical cord-derived
endothelial cells when isolated. Moreover, the role played by the endothelium in the vasomotor tone
regulation, and how it may be associated with the existence of CVD, were discussed.

Keywords: endothelial cells; cardiovascular system; umbilical vein; umbilical artery; smooth
muscle cells

1. Introduction

Cardiovascular diseases (CVD) constitute the major cause of death worldwide, with
a higher prevalence in the adult population [1,2]. Examples of CVD are coronary artery
disease, peripheral arterial disease, or aortic disease.

Numerous studies have been carried out that have contributed to the recognition of
the role of the vascular endothelium and its involvement both in a wide variety of functions
as well as in the pathophysiology of various diseases, such as atherosclerosis, diabetes,
hypertension, and CVD [1,3,4]. The endothelium is involved in the regulation of blood
pressure, blood flow, and coagulation [1,5].

Currently, the human umbilical cord (HUC) is a suitable source for isolation of en-
dothelial cells (ECs) since it has no particular ethical impediments and is considered a
non-tumorigenic and less immunogenic model. for this reason, HUC represents an ad-
vantageous experimental source for the isolation of endothelial cells [6]. The ECs can
produce/release molecules that modulate vasoconstriction and vasorelaxation by smooth
muscle cells (SMC) [7,8]. When releasing nitric oxide (NO), prostacyclin, bradykinin, and
endothelium-derived hyperpolarizing factor (EDHF), the response given will be vasodila-
tion by the SMC. If the substances released are endothelin-1 (ET-1), angiotensin II (Ang II),
thromboxane A2 (TXA2), the final effect is vasoconstriction by the SMC [9].

The effect of endothelium in vivo is very difficult to study. To counteract this, several
in vitro techniques were developed. Among these techniques, the use of human umbilical
vein endothelial cells (HUVECs) was widely used as a source of human endothelial cells
because they have some advantages. The main advantage is that it is obtained from
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non-pathogenic human tissues, which is not the case with other human sources, and the
physiological relevance in the control of vascular pathways. Moreover, primary cultures
with these cells can maintain native characteristics of endothelial cells and their intracellular
signaling pathways [10].

As a source of human endothelial cells, the umbilical cord is commonly used for the
isolation and culture of ECs from the umbilical vein and umbilical artery. However, most
studies performed have isolated HUVECsS, as artery-derived ECs are more difficult to
isolate because the diameter of the artery is smaller than that of the vein [11].

In this paper, we will address the morphological characteristics of the umbilical cord
and its component vessels; the constitution of the vascular endothelium, and the evolution
of human umbilical cord-derived endothelial cells when isolated. Moreover, the role played
by the endothelium in the physiological regulation of vascular tone and how it may be
associated with the existence of CVD were analyzed.

2. Morphological Characteristics of the Human Umbilical Cord (HUC)

From a physiological point of view, the human umbilical cord (HUC) is a channel
developed from the amniotic sac (which forms the epithelium), the allantois (which forms
the umbilical veins and arteries), and the yolk sac [12,13].

The umbilical cord is critical for fetal development, allowing not only communication
between the fetus and mother but also the exchange of gases and nutrients between
them [14,15]. At an early stage of gestation, the HUC presents four umbilical vessels, two
veins, and two arteries. At a later stage, one vein atrophies, leaving only two arteries and
one vein [16]. Therefore, the HUC ensures gas exchange, where the two arteries carry
the oxygen-poor blood, and the vein carries the oxygen-rich blood from the placenta to
the fetus [17]. The placenta is responsible for gas exchange as the fetus’ lungs are not
functional [17].

Additionally, the HUC is also composed of a substance of a gelatinous nature, called
Wharton’s jelly [12]. This jelly consists of connective tissue cells dispersed in an amorphous
surface matrix of glycosaminoglycans, such as hyaluronic acid and chondroitin sulfate,
and different types of collagen [18,19]. One of the functions of Wharton’s jelly is to protect
the umbilical vessels and give them flexibility. Furthermore, Warton's jelly is responsible
for giving the cord a certain firmness, due to its fibrous and porous content composed of
collagen and elastin fibers [18,19].

Additionally, this fetal organ has a helical shape, due to the natural coiling that the
arteries and vein exhibit [19]. It is also characterized by having a shiny, whitish appearance
due to being lined by a simple epithelium from the amnion [20].

Near the end of gestation, the HUC is approximately 1-2 cm in diameter and 30-90 cm
long [12]. However, HUC may be either shorter or longer. When a cord tends to be long,
there is a greater likelihood of it wrapping around the fetus, while a shorter cord can
lead to premature separation of the placenta from the uterine wall [12,16]. Furthermore,
in approximately 0.5% of cases, the cord arises with only one artery, which can lead to
vascular consequences for the newborn, such as abnormal cord length, polyhydramnios, or
a decreased support of the cord blood flow which can consequently lead to intrauterine
growth restriction [14]. Therefore, rigorous gestational management is necessary, not only
because it can generate hypoxia or anoxia in the fetus, but also any disease that occurs
in pregnancy can impact the umbilical cord [12,15]. In addition to a single artery, other
changes in the morphology of the HUC (e.g., a “lean” and thicker cord, or an hypocoiled
umbilical cord) may have an association with certain cardiovascular diseases. For example,
when a cord is considered a thicker cord, it may be associated with some pathologies, such
as diabetes mellitus, macrosomias, and hemolytic dysregulations [21].

Thus, not only the number of blood vessels but also morphological changes can
contribute to the development of pathologies. We can conclude that the presence or
absence of blood vessels is of extreme importance for the development of pathology.
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In summary, not only the number of blood vessels but also morphological changes
can contribute to the development of pathologies.

2.1. Vessels of HUC

As mentioned above, the HUC consists of two arteries and one vein. One of the
functions of the HUV is the transport of oxygenated blood from the mother to the fetus [16].
In the case of HUA, it transports the poorly oxygenated blood from the fetus to the
placenta [22].

Morphologically, the human umbilical artery (HUA) is a medium (1-10 mm) muscular
artery composed of three tunics, morphologically different from each other (intima, media,
and adventitia) [23,24].

The tunica intima, also called the endothelium, is formed by a single layer of endothe-
lial cells having no adjacent subendothelial layer or internal elastic lamina [25]. It also
plays a major role in the regulation of vascular tone since there are endothelium-dependent
vasodilator and vasoconstrictor substances that are subsequently released [26].

The tunica media is composed of two different layers of smooth muscle cells (SMC).
The outer media layer is less defined compared to the inner layer and has a structural
appearance typically characterized by a circular arrangement, giving the outer layer this
particular characteristic. This layer is of great importance because it is due to the contrac-
tion caused by this layer that the physiological closure of the umbilical arteries occurs. In
the case of the SMC present in the inner media layer, these cells are arranged linearly or
longitudinally concerning the axis of the artery. Furthermore, the SMC are found in a dis-
persed/disordered manner in an amorphous fundamental substance poor in elastic fibers,
but rich in plastic fibers. Moreover, these cells have a higher plasticity, they differentiate
from the contractile to the synthetic phenotypes. This phenotypic modulation allows these
cells to respond to adverse conditions, such as vascular injury [12,27,28].

Finally, HUA does not have vasa vasorum or a nervi vasorum, nor a typical external
tunica (adventitia). The function of this tunica is performed by Wharton’s jelly (mucous
connective tissue and fibroblasts) which is surrounded by nutritional vessels and rich in
glycosaminoglycans [12,16,20].

The umbilical vein has a similar structure to the umbilical arteries; however, the vein
walls are a little thinner than the artery walls [20]. For this reason, the umbilical arteries
are more easily identifiable as they have a smaller caliber (3 mm) compared to the veins
(6 mm) [12].

Umbilical veins have a circular or triangular lumen that is permeable in cross-sections.
The tunica intima of umbilical veins besides being thinner compared to arteries also has
an irregular elastic tunica. The tunica media has two to three layers of muscle cells with
mucopolysaccharides between them, without any type of clear cellular organization either
in longitudinal or circumferential orientation [29]. Concerning the tunica adventitia, it is
composed of fibrous and elastic connective tissue with variable amounts of collagen and
elastic fibers. In the case of the tunica adventitia of the vein, it is composed of less dense
connective tissue [30].

2.2. Vascular Endothelium

The vascular endothelium is the innermost structure that lines not only the inner walls
of arteries but also the inner wall of capillaries and veins [5]. From a physiological point
of view, the endothelium is characterized by being a monolayer of ECs with a slightly
elongated and thin morphology with approximately 30-50 pm in length, 10-30 pm in width,
and a thickness of 0.1-10 pm [5]. In vitro, the monolayer formed by these cells shows a
characteristic parallelepiped-shaped pattern [5], which is in direct contact with blood
components, for example, platelets. Thus, the endothelium is not only a barrier between
blood and tissues but is an endocrine organ [5] and can also be a sensor of hemodynamic
changes or chemical stimuli occurring in the bloodstream [25].
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Additionally, ECs play an important role in regulating vascular tone [31], once they can
produce different vasculoregulatory and vasculotropic molecules [1]. This coordination
with SMC [5] also allows control of vascular permeability. Additionally, the vascular
endothelium participates in inhibiting SMC proliferation by preventing cell migration
through mechanisms, such as nitric oxide (NO) synthesis that inhibits cell proliferation,
and the secretion of growth factors and other cytokines capable of exerting paracrine control
on SMC [32,33]. Another function of the endothelium is to participate in the degradation
and metabolic transformation of numerous endogenous drugs, such as norepinephrine,
5-hydroxytryptamine, prostaglandins E and F, leukotrienes, among others [34].

Due to its importance in the physiological regulation of SMC, several investigations
have carried out the isolation of ECs from HUA and HUYV, as described below.

3. Isolation of Endothelial Cells of HUC

During the last 3 decades, advances in vascular endothelial cell biology have had a
great impact on the understanding of some pathophysiological conditions such as cardio-
vascular diseases [35,36]. Between 1922 and 1973, there was a growing interest among the
scientific community in human umbilical cord vein-derived endothelial cells (HUVEC) for
these investigations [1]. In 1922, studies were conducted and described the development of
endothelial cells from chicken liver embryonic tissue explants [37].

In 1963, Maruyama et al. was the first to isolate HUVECs. The cells were cultured
in sheets and most of the cells had a spindle shape, which demonstrates that the cultures
obtained were not pure [38].

In 1973, Eric A. Jaffe successfully isolated HUVEC, which grew as a homogeneous
monolayer of polygonal cells with well-defined borders. Furthermore, these authors also
compared HUVECs with SMC and fibroblasts, which allowed them to conclude that
HUVECs contained rod-shaped cytoplasmic organelles [39]. In this procedure, veins were
perfused with collagenase and incubated for 15 min at 37 °C, and endothelial cells were
collected at the end [39].

The following year, Michael A. Gimbrone et al. used the same protocol as Jaffe et al.
and characterized the population growth behavior of primary cultures and subcultures of
HUVECs [1,40].

Since 1974, some studies of isolation of EC have appeared intending to study the phys-
iology of EC, most of them based on the studies and descriptions made by the following
authors [11,41-43]. Over time, these studies have undergone some adaptations, such as
the constitution of the culture medium for endothelial cells. In this sense, the constitution
of the culture medium used may contain endothelial cell growth factor (ECGF), which
allows long-term growth of the ECs, or an anti-PPLO agent that prevents contamination by
gram-positive bacteria or mycoplasmas [41,44-47]. Culture media containing 5 ng/mL epi-
dermal growth factor (EGF) was shown to have a higher proliferative potential compared
to the anti-pleuropneumonia-like organisms’ agent (anti-PPLO agent).

Most authors use the M199 medium in their study, although they do not provide any
justification for this use. There are other authors who refer to different culture media, for
example TC 199 [39], MCDB 131 [48], M200 or M231 [11], Dulbecco’s modified Eagle’s
medium (DMEM) [49], YLH medium [38], and EGM-2 culture medium [43,50,51].

Based on what was described by Jaffe et al. 1973 [39], Psefteli et al. 2021 also per-
formed the isolation of the HUVECs with a similar protocol and demonstrated the effect
of the endothelial glycocalyx in the HUVECs. This endothelial glycocalyx may represent
a potential therapeutic target against EC dysfunction in cardiovascular disease [52]. Fur-
thermore, the performance of cultures of HUVECs led to interesting findings, namely the
identification of nitric oxide (NO) as an endothelium-derived relaxation factor [1,53].

According to Martin de Llano, the isolation of ECs from either the human umbilical
vein or the human umbilical artery from the same cord allows a functional comparative
study to be made between these cells [11]. Regarding the isolation of endothelial cells
derived from the human umbilical cord artery, there are still few studies performed pos-
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sibly due to the small diameter of the arteries which makes isolation more difficult to
perform [11]. However, some studies have been described, namely Ulrich-Merzenich et al.
(2022), Martin de Llan et al. (2007), and Provitera et al. (2019) [11,42,54].

The main objective of carrying out a primary culture is always to obtain pure cultures.
Baudin et al., by isolating ECs from the umbilical vein vascular wall, described SMC
and fibroblast contaminations in the cultures. When confluent ECs were obtained, the
contaminations were visible by the more elongated morphology of SMC/fibroblasts instead
of tightly packed polygonal ECs [45]. In these cases, the cultures should be discarded.
However, the authors do not mention how to avoid these contaminations.

The isolation of ECs was always performed with digestive enzymes, but some of
these studies also used the explant method after digestion [55] (please see Table 1). In
this process, where usually no enzyme is used, an original tissue or organ is excised (“or
explanted”) into smaller pieces and planted in culture flasks (i.e., “ex vivo”). Then, the cells
migrate out of the tissue and adhere to the surface of the culture flasks, where they will be
used for different experimental studies [56]. Mostly, the enzyme of choice is collagenase,
however, the type of collagenase varies. Another procedure to perform enzymatic digestion
is by using an enzyme mixture, and this is usually, the joining of collagenase with type II
dispase [11,42,57]. After enzymatic digestion and subsequent centrifugation, the ECs are
cultured.

In most studies, the coating is performed with gelatin at different percentages (0.2-1%).
However, other studies performed the coating with fibronectin [11,42,43,57].

Meanwhile, some authors performed with the same umbilical cord the culture of
HUVECs and the culture of HUAECs, and observed that cell isolation by enzymatic
digestion is easy and fast when the artery and vein are used from a single umbilical
cord [42]. Furthermore, other authors performed the isolation of the HUVECs and the
HUCMSC (umbilical cord mesenchymal stem cells) from the same umbilical cord [57], as
shown in Table 1. The culture of HUCMSC may also allow us to direct the fate towards an
endothelial cell lineage, which can represent economical and commercially viable option
manly for cell replacement therapy due to its noninvasive collection procedure [57].

Over the last decades, some markers that allow the identification of ECs have also been
studied. The enzymes that are cellular markers are angiotensin-converting enzyme (ACE)
and endothelial NO synthase (eNOS) [58]. In addition to enzymes considered markers,
there are also protein markers such as CD31, CD36, CD34, CD144, ICAM-1 and VCAM-1,
PECAM-1, endothelin 1 (ET-1), E-selectin and P-selectin, among others [1,59-61]. However,
the ECs are negative for other biomarkers, such as CD45 and CD133 [62].

The structural heterogeneity of ECs includes variations in cell morphology (size, thick-
ness, and the position of the nucleus) as well as in the gene expression profile, extracellular
matrix production (basal lamina components), and finally in cell surface properties [5].
The E-selectin marker is an inducible gene restricted to the endothelium, but which is
only expressed in activated endothelium and not in endothelium considered at “rest” [63].
Regarding the markers used to identify ECs present in large vessels, the most used are
fibronectin, collagen 5u1, collagen 52, and osteonectin, which are involved in the biosyn-
thesis and remodeling of the extracellular matrix (ECM). These differences are probably
related, in part, to the relatively thick vascular wall surrounding the endothelium of large
vessels. On the other hand, microvascular ECs express genes encoding basal membrane
proteins, such as laminin, collagen 4«1, collagen 4«2 and collagen 4x-binding protein, and
proteins that interact with ECM, such as CD36, integrin «1, integrin o4, integrin «9, and
integrin 34, perhaps related to the intimate association of microvascular ECs with the basal
membrane and ECM [64].

In summary, and as shown in Table 1, the most used culture medium is M199 with
gelatin coating and the enzyme collagenase. Vascular studies using ECs are very important
to analyze several cardiovascular pathologies since endothelial dysfunction is considered a
major risk factor for cardiovascular diseases [1,32].
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Table 1. Conditions used for isolation of endothelial cells.

Studies Digestive Enzyme Medium Used Centrlflilgatlon Coating Cells Protocol Based on Observations
Performed Conditions
Maruyama et al. o . Rat-tail Collagen .
(1963) [38] 0.2% Trypsin YLH - (coverslip) HUVECs - The cells were cultured in sheets
Jaffe etal. (1973) [39]  0.2% Collagenase TC 199 2508 - HUVECs Based on ECs differentiation based on
10 min Maruyama et al. morphologic and immunologic criteria
Mann et al. (1989) o . Based on ECs were cultured on microcarrier
[65] Collagenase type I M199 - 1% Gelatin HUVECs Jaffe et al. beads
Sobrevia et al. (1995) Collagenase M199 ) } HUVECs } HUC from gestathnal diabetic
[66] pregnancies
Marin et al. (2001) 1500 r/min o . Three different cords were used to limit
[41] Collagenase A M199 5 min 1% Gelatin HUVECs - the variability of ECs
Ulrich-mersenich Dispase II and M199 1500 rpm Fibronectin HUVECS and Based on Isolation of ECs and SMC from the same
et al. (2002) [42] Collagenase tipo IV 15 min HUAECS Ko et al. (1995) vessel of HUC obtain the best results
Larrlvee[i’giﬁ 1 (2005) Collagenase A MCDB 131 g (r)?ui 0.2% Gelatin HUVECs - ECs successful cryopreservation
Mahabeleshwar et al. o Endothelial cell 320g . .
(2006) [67] 0.1% Collagenase growth medium 10 min Gelatin HUVECs - Obtention pure cultures of ECs
Baudin et al. (2007) o 750 g . . Based on HUVECsS can keep phenotypic features
[45] 0.2% Collagenase M199 10 min Fibronectin HUVECs Jaffe et al. in free serum medium for up 12 h
Crampton et al. 1200 rpm . . . .
(2007) [68] Collagenase M199 5 min Gelatin HUVECs - Used in angiogenesis assay
Cheung et al. (2007) 250 g Confluent T25 flask was obtained in 4-5
g[ 16] ' 0.1% Collagenase M199 10 min Room Gelatin HUVECs - days. Cells beyond the 6th passage
temperature should be discarded.
. Birth weight does not have influence on
Martin de llano et al. Collagenase type I 10g . . HUVECs and } . :
(2007) [11] and Dispase M200 or M231 10 min Fibronectin HUAECs the time reqtélej’i :?e:btam grown
Casanello et al. (2009) Based on ECs maintain the
[69] Collagenase M199 ) ) HUVECs Sobrevia et al. protein expression until 5th passage
Kadam et al. (2009) Dispase II and M199 1500 rpm Fibronectin HUVECS and Based on Two-steps protocol for the simultaneous
[57] Collagenase type IV 15 min hUCMSCs Ulrich-mersenich et al. isolation of ECs and hUCMSCs
Krause et al. (2012) HUVECs and Based on . .
[70] Collagenase M199 - - HUAECs Casanello et al. ECs are responsive to hypoxia
1000 g Based on ECs are responsive to cytokine
Pang et al. (2012) [71] Collagenase M199 5 min - HUVECs Jaffe et al. stimulation
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Table 1. Cont.

Studies Digestive Enzyme Medium Used Centrlﬁ.lgahon Coating Cells Protocol Based on Observations
Performed Conditions
1000 rom Based on Confluent culture of ECs after 2-3 days
Siow et al. (2012) [36] Collagenase M199 P Gelatin HUVECs will start to detach and decrease
5 min Jaffe et al. s
viability
Gravitational field-flow fractionation is
Lattuada et al. (2013) 0.1% Collagenase A M199 463 8 - HUVECs Based on the new method to easy isolate ECs
[72] 15 min Jaffe et al.
from HUC
Leietal. (2016)[73]  0.2% Collagenasee M199 S00g Gelatin HUVECs - Used anew instrument for insertion of
5 min HUC
Krause et al. (2016) Collagenase M199 _ } HUAECs Based on Krause et al. ECs pure culture can be used for
[74] oHag (2012) protein expression
ECs culture from gestational diabetic
Amrithraj et al. 1200 rpm . Based on Crampton pregnancies maintain metabolic and
(2017) [51] Collagenase EGM-2 5 min Gelatin HUVECs etal. molecular imprints of maternal
hyperglycemia
Brodowaski et al. o Based on .
(2017) [50] 0.2% Collagenase EGM - - HUVEC Jaffe et al. EC culture from preeclamptic women
bi tomo[gg?l' (2017) Collagenase 1 M199 - 1.5% Gelatin HUVECs - EC culture was obtained with explants
They tested
Suhaila et al. (2017) Collagenase type I M199 1500 pm various HUVECs - The 0.2% gelatin obtain the best results
[75] 5 min concentrations of
gelatin
Thormodsson et al. Collagena M199 140 g i HUVECS and i Using Nunclon™ A T-25 flasks: the
(2018) [76] otlagenase 5 min HUAECs cells attach without any problem
250 Based on The cells were negative for CD34, CD45,
Yang et al. (2018) [43]  0.05% Collagenase I EGM-2 5 Fibronectin HUVECs and human leukocyte antigen-DR
5 min Jaffe et al. .
isotype (HLA-DR)
Provitera et al. (2019) o 463 g . HUAECs and Based on
[54] 0.1% Collagenase A M199 15 min HUVECs Lattuada et al. Cells were used at PO
Pipino et al. (2020) o . Based on Cells between the 3rd and 7th passages
[49] Collagenase typelA DMEM - 1.5% Gelatin HUVECs Di tomo et al. were used
Psefteli et al. (2021) 0.2% Collagenase M199 _ Gelatin HUVECs Based on Cells between PO and P3 were used for
[52] e & Jaffe et al. protein expression
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4. Regulation of Vascular Tone by Endothelial Cells

Endothelial cells are crucial cells to control vascular tone by producing and releasing
paracrine signals for the vascular SMC and are responsible for promoting contraction
or dilatation in the vessels. The equilibrium between vasodilation and vasoconstrictive
signals are responsible for the regulation of the blood flow and blood pressure according
to the requirements of tissues and organs. In this sense, the dysregulation of ECs is di-
rectly associated with the beginning and progression of cardiovascular diseases, including
atherosclerosis and hypertension [31]. The vasoactive factors released by endothelium
are nitric oxide (NO), prostacyclin (PGI 2), thromboxane (TXA2), endothelin 1 (ET-1),
angiotensin II (Ang II), bradykinin, and EDHF [77]. Some factors induce vasodilatory
mechanism, for example, NO, PGI2, and EDHEF. On the other hand, TXA2 induce vaso-
constrictor mechanism [78]. However, ET-1, bradykinin, and Ang II may induce both
effects (Table 2). The main mechanisms involved in the regulation of vascular tone by the
vasoactive factor release by the endothelial cells are shown in Figure 1.

Table 2. Effects caused by substances released by endothelial cells.

Vasorelaxation Vasoconstriction Both Effects
NO (guanylyl cyclase) TXA2 (TP receptor) ET-1 (ETA and ETB receptor)
EDHEF (potassium channels) Bradykinin (B1 and B2 receptor)
PGI2 (IP receptor) ANGII (AT1 and AT2 receptor)

4.1. Nitric Oxide

Nitric oxide (NO) is an endothelium-dependent vasodilator of vascular smooth muscle
that was first identified in 1980 by Furchgott and Zawadzki [79].

In endothelial cells, NO is synthesized by eNOS through the reaction of oxygen and
L-arginine [32]. In this oxidation reaction of L-arginine, calcium (Ca?*) and calmodulin
(CaM) act as co-factors, since the complex Ca?*-calmodulin binds to NO synthase. Then,
stoichiometric amounts of NO and L-citrulline are produced [32,80]. The eNOS can be
activated by fluid shear stress and by vasoactive agents (such as ATP, acetylcholine, or
bradykinin) via phosphorylating proteins, protein—protein interactions, Ca?* signaling,
and subcellular protein translocations [7,31].

Activation of eNOS leads to a release of the NO radical, which diffuses easily across
the membrane of ECs.

Afterward, NO activates soluble guanylyl cyclase (GC) in smooth muscle cells. Sub-
sequently, a conversion of GTP to cGMP occurs, leading to an increase in intracellular
c¢GMP. This second messenger activates a protein kinase, leading to the inhibition of cal-
cium influx into the cell and decreasing calcium-calmodulin stimulation of the myosin
light chain kinase. In the final stage of this process occurs a decrease of the myosin light
chains phosphorylation, decreasing the development of smooth muscle tension, causing
vasodilation of the adjacent smooth muscle cells [7,32].

Thus, NO is an essential determinant of cardiovascular homeostasis by regulating
vasomotor tone, thereby maintaining the integrity of the vasculature and protecting against
cellular injury [31,77]. Studies have demonstrated that the endothelium of HUA expresses
eNOS and can release NO that, in turn, acts on SMC. Currently, the vasodilatory role of
NO in regulating vascular tone in HUA is well described [81-83].

Some studies used HUVECS to investigate NO production regulated by inflammatory
cytokines [84], ketamines [85], and a flavonoid with cardiovascular protective effects
(rutin) [86]. These studies concluded that NO synthesis is decreased when exposed to a
concentration of ketamines. The authors also concluded that there is an inhibition of pre-
translation of eNOS expression, a decrease in post-translation of endothelial NO synthase
activity due to reduced intracellular calcium levels [85]. When HUVECs were exposed to
rutin and inflammatory cytokines, an increase in NO biosynthesis occurred. When exposed
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to rutin, this increase was due to an increase in eNOS gene expression and consequently an
increase in eNOS activity [86].
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Figure 1. Schematic representation of the main mechanisms involved in the regulation of vascular tone by endothelial
cells. The EDHF pathway (represented in orange) promotes an increase in intracellular Ca?*, activating K* channels,
and increasing K* efflux. In SMC, it activates K* channels causing a hyperpolarization of SMC, leading to the closure of
voltage-sensitive Ca?* channels (kCa), and a relaxation of SMC. In ECs, AA is converted to PGG2, which is converted
back to PGH2. PGH2 will form PGI2. PGI2 is released and activates G-protein coupled IP receptors, increasing cAMP and
activating PKA (red). Subsequently, this decreases Ca?* concentration, decreases Ca?*-Cam binding, and leads to SMC
relaxation (black). PGI2 can also bind to the IP receptor present on the endothelial cell, leading to an activation of eNOS,
increases cGMP, and activates PKG, causing vasorelaxation. In ECs, L-arginine (L-arg) is converted to NO and L-citrulline
via eNOS (green mechanism). After diffusing into the membrane, it activates guanylyl cyclase (GC), which in turn activates
PKG and increases cGMP. This increase leads to a decrease in Ca?*, a decrease in Ca?*-CaM binding and decreases the
phosphorylation of myosin light chains (MLCK) (common black mechanism). When bradykinin binds to the B2 receptor
of the endothelial cell, it activates a Gq protein, which activates PLC and releases IP3, increasing Ca?* production and
leading to activation of eNOS, producing NO (blue pathway). If it binds to the B2 receptor of SMC, it will activate the
Gq protein, activating PLC, releasing IP3 and DAG. This release will activate PKC which increases Ca?* concentration
and causes vasocontraction (common black pathway). Thus, similarly to PGI2, the TXA2 formation pathway is similar in
ECs. After PGH2 is formed, it is converted into TXA2 (pink pathway). In SMC, TXA2 binds to the TP receptor, activating
a Gq protein activating PLC, releasing IP3 and DAG. This release will activate PKC which increases Ca®* concentration
and causes vasocontraction (common black pathway). In ECs, Ang I is converted to Ang II, by ACE. Ang II will bind to
the AT1 receptor (gray pathway) present in SMC, activating a Gq protein activating PLC, releasing IP3 and DAG. This
release will activate PKC which increases Ca** concentration and causes vasocontraction (common black pathway). Ang II
can also bind to the AT2 receptor present in ECs, thus activating the B2 receptor, and triggering the same mechanism that
leads to vasorelaxation (gray pathway). Prepro-ET1 is converted to Big ET1 which, via the ECE, is converted back to ET1
(purple pathway) in the ECs. When ETB receptors are expressed on SMC, an activation of Gq protein and an activation of
PKC occur, releasing IP3, and a subsequent release of Ca?*, leading to vasoconstriction (common black pathway). On the
other hand, when ET-1, binds to the ETB receptor present on endothelial cells the release of Ca?* occurs, which will bind
to calmodulin to activate calmodulin kinase, responsible for the phosphorylation of eNOS, initiating NO synthesis in the
endothelial cell. However, this binding can also trigger prostacyclin production, such as PGI2, which leads to an increase in
cAMP and subsequently vasodilation.
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Endothelial dysfunctions in the NO synthesis contribute to CVD by favoring the
vasoconstrictor state [8]. Specifically, a reduction in the biological activity of NO seems
to be harmful to the normal function of the endothelium and has an important role in
atherogenesis promotion [8,32]. In these pathological states, the vascular production of
superoxide (O, ) increase and the reaction of both molecules may form the strong oxidant
peroxynitrite (ONOO™). Finally, DNA is damaged and the cell dies, which leads ultimately
to atherosclerosis [32,87].

4.2. Endothelin 1

Endothelin (ET) was identified by Yanagisawa and his colleagues as an endothelium-
derived constriction factor (EDCF) in 1988 [58].

ET is a vasoconstrictor agent that has three isoforms, ET-1, ET-2, and ET-3. However,
ECs can express and produce only one of these isoforms, ET-1 [77,88]. Prepo-endothelin-1
is converted to big ET-1 and then to ET-1 [88].

The biological effect of ET-1 is mediated by the activation of two receptors, ETA and
ETB, both G-protein coupled receptors, thus sharing the same signaling pathway [89,90].
Both receptors (ETA and ETB) are expressed in SMC mediating the vasoconstrictor effect
of ET-1. In the case of endothelial cells, only ETB receptors are expressed, where activation
of this receptor leads to vasodilation mediated by prostacyclins and NO release [32].
Depending on where the ETB receptor is expressed, it leads to different end effects. Thus,
when ETB receptors are expressed on SMC an activation of Gq protein occurs, activation of
PKC, releasing IP3, and a subsequent release of Ca?*, leading to vasoconstriction [91]. On
the other hand, when ET-1 binds to the ETB receptor present on endothelial cells it causes a
vasorelaxation of SMC cells. This vasorelaxation is due to the release of Ca%*, which will
bind to calmodulin to activate calmodulin kinase, responsible for the phosphorylation of
eNOS, initiating NO synthesis in the endothelial cell [90,92]. However, this binding can
also trigger prostacyclin production, such as PGI2, which leads to an increase in cAMP and
subsequently vasodilation [92].

ET-1 and NO are also known to be interdependent, as there is a strong inhibitory effect
of ET-1 on NO-mediated dilation [93]. ET-1, when it binds to the ETB receptor present on
the endothelial cell, will stimulate the production of eNOS, and this occurs through the
activation of PI3-K/AKT by ET-1. Then, a stimulation of eNOS phosphorylation occurs
with an increase in NO production [94]. However, the NO produced can inhibit ET-1
production, at the level of transcription [9].

Increased production of ET-1 and its receptors can mediate many pathophysiological
events, contributing to the development of atherosclerosis and vascular complications in
diabetes mellitus [95].

4.3. Prostacyclin

The endothelium also can generate an eicosanoid, PGI2 (prostacyclin/prostaglandin)
which mediates relaxant effects on vascular SMC [5].

Phospholipids from the plasma membrane are hydrolyzed by phospholipase A2
(PLA2) producing arachidonic acid (AA). Then, released AA is metabolized by cyclooxy-
genases (COXs) to form prostaglandin G2 (PGG2) which, subsequently, via a peroxidase,
gives rise to the formation of prostaglandin H2 (PGH2). Through PG synthetases, PGI2 is
formed [96,97]. PGI2 release is stimulated by shear and in response to acetylcholine [32].
This release activates surface prostacyclin receptors (IP), which are G-protein coupled
receptors, more specifically a Gs protein, and their activation induces smooth muscle cell
relaxation due to increased intracellular cAMP concentration [98,99].

PGI 2 also appears to be involved in the regulation of vascular tone when resting
vascular tone [5]. Like NO, PGI2 also can inhibit leukocyte adhesion and smooth muscle
cell proliferation, in addition to also facilitating NO release by EC [32].

Prostacyclin is the preferred ligand of prostacyclin (IP) receptors, when it binds to the
PI receptors present on SMC it activates adenylyl cyclase-producing cAMP, stimulating
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PKA, and consequently leads to relaxation [32,100,101]. However, prostacyclin does not
always activate adenylyl cyclase [100]. In addition to the classic IP-cAMP receptor pathway,
there is evidence to suggest that PGI 2 may act through the peroxisome proliferator-
activated receptor & (PPAR) [102].

If PGI2 binds to the IP receptor present on the endothelial cell membrane, it leads to
NO production and consequently diffuses into the SMC membrane and activates soluble
guanylyl cyclase. This activation leads to an increase in cGMP and activation of PKG,
causing relaxation [101].

Several studies were performed to understand the effects that PGI2 exerts in the
HUC artery [82,103,104]. These studies show that PGI2 induce vasorelaxation in the HUA.
Moreover, other studies were also performed in HUVECs that allowed assessing PGI2
production in endothelial cells under the influence of some factors, such as oxidative
stress and some agents such as antioxidant enzymes (superoxide dismutase and cata-lase),
oxygen-free radical scavengers (vitamin E), and eicosanoids (arachidonic acid, eicosapen-
tanoic acid). The authors concluded that when ECs are subjected to oxidative stress and
antioxidant enzymes, an increase in PGI2 production occurs [105].

PGI2 appears to be involved in endothelial dysfunction in patients with hypertension,
mainly in preeclampsia. PGI2 deficiency and PGI2/TXA2 imbalance might be critical in the
pathogenesis of preeclampsia and could partially explain the increased vascular reactivity
in gestational hypertension [106]. During preeclampsia a decrease of 6-keto-PGFl«, a
hydration product of PGI2 has already been observed [107]. However, the mechanism that
led to the decrease of PGI2 production remains unknown.

4.4. Endothelium-Derived Hyperpolarization Factor

All endothelial cells produce a hyperpolarization factor (EDHF) that is produced by
CYP epoxygenases of cytochrome P450 [5]. While NO mostly regulates the vascular tone
of conduction vessels (e.g., aorta and epicardial coronary arteries), EDHF regulates smaller
resistance vessels (e.g., small mesenteric arteries and coronary microvessels) [108,109]. On
the other hand, if the vasodilatory response persists after combined inhibition of NO (by
L-NAME) and PGI2 (by aspirin), this vasodilator response is thought to be attributed
to substances that cause hyperpolarization of vascular smooth muscle via a mechanism
involving potassium (K*) conductance. One of the substances that act by this mechanism is
EDHEF [32]. Regarding aspirin’s mode of action, it is an inhibitor of the cyclooxygenase type
2 enzyme, present in endothelial cells and consequently inhibits the conversion of AA into
PGG2 and PGH2, which results in an inhibition of PGI2. This inhibition has the consequence
of PGI2 not binding to the IP receptor, present in SMC [110]. Regarding L-NAME, this is
considered a non-selective inhibitor of eNOS widely used as a pharmacological tool [111].
In this case, inhibition by L-NAME causes a reduction in eNOS activity, which leads to a
reduction in NO production [8,112].

It is described that EDHF opens Ca?*-activated K* channels in vascular smooth cells
producing vasorelaxation [80]. This vasoactive agent acts through two different phases:
in the first phase, it promotes an increase in intracellular Ca** concentration, which leads
to an activation of Ca?*-dependent K* channels and increases K* efflux followed by
hyperpolarization [113]; and in the second phase, it reflects the mechanism by which
hyperpolarization in the endothelial cell is transferred to SMC [113]. After this transfer,
SMC activates K* channels thus causing hyperpolarization of SMC which is accompanied
by the closure of voltage sensitive Ca?* channels, ultimately resulting in a relaxation of
SMC [113].

Some molecules and mediators can act as the EDHEF, for example, K*, cytochrome P450
metabolites, lipoxygenase products, reactive oxygen species, C-type natriuretic peptide,
and electrical coupling via myoendothelial communicating junctions. [32] Currently, there
are still no studies performed on the human umbilical cord or HUC-derived endothe-
lial cells.
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EDHEF appears to be involved in endothelial dysfunction in patients with diabetes and
hypertension. In various animal models of type I and type II diabetes, EDHF-mediated
responses are depressed. Regarding diabetes in humans, it seems there exists a difference
concerning the type of diabetes. Controlled patients (good glycemic control and without
albuminuria) with type I diabetes show a normal endothelial function and both the NO-
and the EDHF-mediated responses are conserved. However, in uncontrolled patients (with
microalbuminuria) a decrease in the endothelium-dependent vasodilatation is observed.
However, it is not known if NO or EDHF are modified by uncontrolled type I patients
and patients with type II diabetes [114]. EDHF may act as a compensatory vasodilator
mechanism despite the reduced bioavailability of NO [115]. Regarding hypertension
patients, it seems that hypertension per se does not produce a consistent depression of the
EDHF-mediated responses (please see the review [114]).

4.5. Thromboxane A2

Thromboxane A2 plays an important role in cardiovascular diseases through vasocon-
striction, platelet aggregation, and proliferation of SMC, but it is also involved in allergies,
modulation of acquired immunity, and cancer cell metastasis [100,116].

As mentioned above, TXA2 formation occurs in three steps similarly to PGI2 formation.
The first is considered the limiting step, where mobilization induced by arachidonic acid
(AA) derived from cell membrane phosphoglycerides through diaglycerol (DAG) and
phospholipase A2 (PLA2) occurs. In the second step, oxidation of AA into endoperoxides
(PG) occurs via COX. In this second step, AA is sequentially converted to PGG2, which
is then converted back to PGH2. Finally, in the third step, isomerization of PGH2 occurs
to form TXA2 by TXA2 synthetase [117]. TXA2 is considered the preferred ligand of
thromboxane receptors (TP receptors) [100].

When TXA2 binds to the TP receptor, present on the membrane of smooth muscle cells,
a coupling of Gq protein occurs, stimulating phospholipase C and increased production
of inositol 1,4,5-triphosphate (IP3) and diacylglycerol (DAG). The formed IP3 binds to
the endoplasmic reticulum and releases CaZ*. Then, the DAG will activate protein kinase
C (PKC) along with the Ca?* released from the endoplasmic reticulum which leads to
vasoconstriction [23,116].

Reactive oxygen species not only increase the stability but also increase the density of
functional TP receptors present in the cell membrane. Activation of TP receptors inhibits
NO production in endothelial cells [100].

Concerning the effects of TXA2 in HUA, only Bodelsson et al. proved that this agent
also induced vasoconstriction in the umbilical artery [118]. In addition, studies were
performed in HUVECs and demonstrated that TXA2 are also produced by these cells under
various conditions. The results suggest that when HUVECs are under oxidative stress,
vitamin E, and arachidonic acid, there is an increase in TXAZ2 levels [105].

Studies have shown that TXA2 production is elevated in various states of CVD,
promoting endothelial dysfunction [119] by supporting ROS formation. In diabetes mellitus,
typically associated with endothelial dysfunction, it has been shown that the increased
production of this vasoconstrictor agent is accompanied by a decrease in responses to NO
and EDH, contributing to an altered vascular reactivity [120,121]. Furthermore, the activity
of SKCa channels, important in NO biosynthesis, may also be another mechanism by which
TXA2 promotes endothelial dysfunction.

4.6. Angiotensin 11

Endothelial cells express not only the angiotensin-converting enzyme (ACE) but also
the angiotensin receptors, AT1 and AT2 [32,122].

In endothelial cells, dipeptidyl carboxypeptidase converts angiotensin I to angiotensin
II, which is physiologically active (Ang II) [32,123].

Angiotensin II is diffused across the membrane and binds to the AT1 receptor present
on SMC. If there is a binding of angiotensin II to AT1 receptors then vasoconstriction
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occurs, but the same does not happen when it binds to AT2 receptors, which gives rise to a
vasorelaxation effect, and both receptors are coupled to G proteins [122,124].

When Ang II binding to the AT1 receptor occurs, it results in the coupling of a Gq
protein where, subsequently, stimulation of phospholipase C (PLC) occurs. The PLC ac-
tivation induces the formation of diacylglycerol (DAG) and inositol triphosphate (IP3),
which, via protein kinase C (PKC), leads to the activation of calcium channels. The CaZt
binds to calmodulin and activates myosin light chain kinase (MLCK) which phosphory-
lates the myosin light chain and increases the interaction between actin and myosin as a
consequence of SMC vasoconstriction [125,126].

The AT1 receptor mediates most of the pathophysiological effects of Ang II, including
vasoconstriction, inflammation growth, and fibrosis, while the AT2 receptor can counteract
many of the actions mediated by the AT1 receptor [125].

The AT2 receptor expression decreases after birth, suggesting that it may play an
important role in fetal development [126].

After the AT2 receptor is activated, it will stimulate the B2 receptor, which in turn
induces phosphorylation of endothelial nitric oxide synthase (eNOS). Thus, NO produc-
tion is increased, leading to the activation of GC, which synthesizes cGMP, promoting a
vasodilation of SMC [127].

The actions of angiotensin II are associated with dysfunction/uncoupling of endothe-
lial NOS (eNOS), which leads to decreased NO levels and increased superoxide produc-
tion [118]. Moreover, Ang Il may induce vascular remodeling by the generation of reactive
oxygen species (ROS) and by the activation of the sympathetic nervous system activ-
ity [128] that also leads to an increase in blood pressure. This happens mainly through the
angiotensin II type 1 receptor (AT1R) [129].

In summary, the main targets of Ang II are SMC, but also has effects on ECs. In the
SMC, the Ang II promote ROS production, activation of apoptotic signaling pathways,
and promotion of thrombosis. In endothelial cells, Ang II regulates NO production by
increasing eNOS production and, therefore, an increase in NO [130].

4.7. Bradykinin

Bradykinin is considered one of the vasoactive substances that contribute to the
physiological preservation of cardiovascular system function. In addition to this, it also
contributes to the progression of labor by inducing vasoconstriction of the umbilical blood
vessels [131]. This molecule is released from the quininogen substrate through the action
of kallikrein and is considered a potent vasodilator peptide that acts through stimulation
of specific endothelial bradykinin (B2) receptors [132].

However, bradykinin is rapidly degradated (half-life 27 & 10 s) by several metallopep-
tidases [133].

Bradykinin can act by binding to the Bl receptor or by binding to the B2 receptor,
both of which are coupled to G proteins, translating signals through the activation of these
proteins. B2 receptors are constitutively expressed in endothelial cells, smooth muscle cells,
and cardiomyocytes. Contrarily, Bl receptors are weakly expressed in endothelial cells
and smooth muscle cells under normal physiological conditions but are highly ex-pressed
under pathophysiological conditions, such as in inflammation [134-139]. Moreover, this
receptor can be activated synergistically in HUVECs by cotreatment with tumor necrosis
factor-o (TNF-o) and interferon-y (IFN-y)) [134].

When bradykinin binds to the B2 receptor present on the endothelial cell, it can activate
the Gq protein, and consequently activates PLC and releases IP3 increasing Ca?* production,
leading to the production of NOS and consequently NO. This molecule activates guanylyl
cyclase in SMC and increases cGMP production, contributing to the relaxation of these
cells. On the other hand, after activation of the B2 receptor of the endothelial cell, there
occurs an activation of a Gi protein and consequently produces EDHF and PGI2 [140]. In
both cases, the final effect is a vasorelaxation of SMC.
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If, instead of Bradikinin binding to the B2 receptor of endothelial cells, it binds to
the B2 receptor of SMC, it activates the Gq protein and subsequently directly activates
PLC, leading to an increase in Ca* concentration and to a constriction of vascular smooth
muscle cells [141].

When Bl receptors are activated by inflammatory processes and tissue damage, they
acquire hemodynamic properties of B2 receptors, for example, the final effect would be a
vasorelaxation [136].

On the other hand, Nowak et al. observed in HUVECs the possible contribution
of angiotensin-converting enzyme, neutral endopeptidase, and aminopeptidase P in the
bradykinin inactivation pathway, and assessed how the endothelial layer is involved in
this pathway. The authors observed that angiotensin-converting enzyme and neutral
endopeptidase represents a relevant inactivation pathway in the human umbilical vein
and that the endothelial layer plays an extremely important role in the inactivation of
bradykinin. Thus, the authors were able to conclude that the use of bradykinin and
angiotensin-converting enzyme and neutral endopeptidase may represent an important
therapeutic target for hypertension [142].

Overall, bradykinin exerts a cardioprotective action by inducing a vasodilation, de-
creasing ROS production, and having an anti-inflammatory, anti-fibrinolytic, and antithrom-
botic effects [143]. The anti-inflammatory effects and reduction in ROS production induced
by bradykinin are mediated by NO. On the other hand, the release of NO also results in an
anti-apoptotic effect of bradykinin [143]. Therefore, a decrease in levels of bradykinin is
harmful to the CV system, inducing endothelial dysfunction [129].

In summary, the vascular tone is regulated by the release of vasoactive substances by
ECs. The vasoactive factors that are released by ECs are nitric oxide (NO), prostacyclin
(PGI2), thromboxane (TXA2), endothelin 1 (ET-1), EDHF, angiotensin II (Ang II), and
bradykinin. In the case of NO, PGI2, and EDHF act only by a vasodilator mechanism. Ang
II, ET-1, and TXA2 cause vasoconstriction, as shown in Figure 1. However, Ang Il and ET-1
also can cause a vasorelaxant effect. Bradykinin can cause a vasoconstrictor or vasodilator
effect, depending on where it acts, as shown in Figure 1.

5. Endothelial Dysfunction

Increasing evidence has shown that endothelial cell dysfunction is characterized by
a dysregulation of vascular tone, redox balance, and increased inflammatory reactions in
the blood vessel wall. For this reason, endothelial dysfunction is associated with several
disorders, including diabetes mellitus, hypertension, atherosclerosis, aging, and heart
failure [8,144].

More recently, endothelial activation has also been characterized as a prominent
alteration in endothelial dysfunction, which refers to the up-regulation of chemokines and
adhesion molecules and other proteins involved in cell—cell interactions, thus leading to
the pro-thrombotic and pro-inflammatory circumstance in blood vessels [145,146].

In CVD, and specifically in atherosclerosis, abnormal vasoconstriction occurs which is
observed where plaque formation occurs [147]. This pathological state creates conditions
that become favorable for platelet aggregates and leukocyte adhesion, as well as activation
of cytokines that increase the permeability of the vessel wall to oxidized lipoproteins and
mediators of inflammation, resulting in structural damage of the arterial wall with a prolif-
eration of smooth muscle cells and atherosclerotic plaque formation [148,149]. Endothelial
dysfunction disrupts the balance between vasoconstriction and vasodilation, which is
characterized by increased endothelium-derived contracting factors (EDCFs), especially
ET-1, and reduced endothelium-derived relaxing factor (EDRFs), mainly NO [149]. In
addition to a significant decrease in NO bioavailability as a consequence of endothelium
dysfunction, a dysfunctional endothelium also contributes to the production of various
medjiators, which are even more damaging to the vascular wall [8,148]. Furthermore, one
of the factors that can influence the dysregulation of the endothelium is oxidative stress.
Increased oxidative stress is characterized by a measurable increase in reactive oxygen
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species (ROS) which can result in impaired NO synthase and subsequently a decrease in
L-arginine uptake [148].

The vasoconstrictor effect generated by ET-1 is increased in patients suffering from
type 2 diabetes [95]. If the patient is diabetic, this will induce endothelial dysfunction,
leading to a decrease in NO and PGI2 and, consequently, less vasodilation of the SMC.
However, it also leads to an increase in ET-1, Ang II, ROS, and COX leading to an increase
in vasoconstriction [150]. When an increase in Ang II occurs, it leads to a decrease in eNOS
and an increase in endothelin converting enzyme (ECE), thus increasing vasoconstriction
compared to vasorelaxation [151].

Endothelial dysfunction is prevalent in CVD. However, it can also be found in patients
diagnosed with neurological, gastrointestinal, rheumatological, hematological, and renal
diseases [148].

Some functions must be adapted to the conditions of pregnancy, such as endocrine
functions and functions of some systems including the circulatory system. These adap-
tations lead to metabolic changes that directly affect the function and metabolism of the
endothelium. The endothelium thus plays a key role in the pathogenesis of metabolic
dis-orders associated with pregnancy. It is affected by metabolic disturbances by losing its
ability to control permeability [152].

Furthermore, endothelial dysfunction is associated with the development of diseases
in pregnancy. One of the pathologies associated with pregnancy is gestational diabetes
mellitus. Maternal hyperglycemia increases fetal circulating glucose levels, triggering
the development of fetoplacental endothelium alterations, which result in NO synthesis
de-regulation [152].

Other pathologies associated with endothelial dysfunction are hypertensive patholo-
gies, such as pre-eclampsia. These individuals with PE fail to develop insensitivity to
vasoconstrictors, Ca* signaling and increased vasodilator production are reduced or
absent [153]. The reduced placental perfusion seen in these circumstances also creates
changes in the placental environment, where it leads to ROS production and the activation
of endothelial cells by different mechanisms that result in endothelial dysfunction [154].
This maternal vascular endothelium dysfunction leads to an increase of the formation
of vasoactive factors like ET-1 and TXA2, increases of vascular sensitivity to angiotensin
II, and decreases the formation of vasodilators, such as NO and PGI2. Furthermore, it
enhances the synthesis of inflammatory cytokines, such as tumor necrosis factor alpha
(TNF-«) and interleukin (IL). This TNF-& may induce structural and functional alterations
in placental endothelial cells during trophoblast development, which is associated with
increased blood pressure, mainly preeclampsia [155].

In summary, dysregulation of vascular tone has caused endothelial cell dysfunction
and is consequently associated with various diseases. One of the consequences of endothe-
lial dysfunction is a decrease in NO bioavailability. However, an increase in ET-1, Ang 1I,
ROS, and COX production may also occur, contributing to vasoconstriction. Endothelial
dysfunction is then associated with several diseases.

6. Conclusions

Cardiovascular diseases (CVD), such as coronary artery disease, peripheral arterial
disease, or aortic disease, are a major cause of death worldwide and affect mainly the
arteries. The vascular endothelium, formed by a monolayer of endothelial cells (ECs), is the
innermost structure that lines not only the inner walls of arteries but also the inner walls
of capillaries and veins. Human umbilical vein endothelial cells (HUVECs) are currently
the most used ECs in in vitro studies, since their first isolation in 1973, due to being an
easy, fast, and economical process. However, increasing evidence has shown that the
endothelium is heterogeneous and depends on the vascular bed and that, therefore, arterial
ECs are different from venous ECs. Furthermore, the circulation in the HUC is special in
that the vein transports oxygen-rich blood and the arteries transport oxygen-poor blood,
contrary to the systemic circulation, in which the arteries transport oxygen-rich blood
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and veins transport oxygen-poor blood. This raises the question as to whether umbilical
cord-derived endothelium is really representative for the endothelium of other locations
in the human body. Currently, there is confidence in saying that the results obtained with
these cells can be transferred to other types of ECs, in different parts of the body. Therefore,
both HUVECs and HUAECSs are potential cell sources for cardiovascular research. In this
sense, the vascular endothelium may be used as a target in the therapy of many of these
diseases, namely CVD, since the endothelial cell-mediated dysfunctions have implications
in vasomotor tone regulation and are associated with most CVD. However, more studies
are needed to improve the clinical applications of endothelium in this field.
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