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Abstract: Placental development is a tightly controlled event, in which cell expansion from the
trophectoderm occurs in a spatiotemporal manner. Proper trophoblast differentiation is crucial to the
vitality of this gestational organ. Obstructions to its development can lead to pregnancy complications,
such as preeclampsia, fetal growth restriction, and preterm birth, posing severe health risks to both
the mother and offspring. Currently, the only known treatment strategy for these complications
is delivery, making it an important area of research. The aim of this review was to summarize the
known information on the development and mechanistic regulation of trophoblast differentiation and
highlight the similarities in these processes between the human and mouse placenta. Additionally, the
known biomarkers for each cell type were compiled to aid in the analysis of sequencing technologies.

Keywords: placental development; trophoblast differentiation; pregnancy; preeclampsia;
maternal health

1. Introduction

During pregnancy, the placenta plays a vital role in ensuring optimal fetal growth
and development by facilitating the exchange of essential nutrients, oxygen, and waste
products between the mother and the fetus. This temporary organ is formed when placental
cells infiltrate the uterine arteries, establishing contact with the maternal circulation and
redirecting blood flow to the placenta. The placenta contains a specialized vascular network
that relies on diffusion and transport mechanisms to carry out its functions, maintaining a
barrier between maternal and fetal blood.

Proper development of the placenta relies on intricate processes of cell differentiation.
As trophoblast cells differentiate into their terminal cell types, critical events, such as
spiral artery remodeling and vascularization, take place, enabling the formation of a
functional placenta. Spiral artery remodeling involves the transformation of maternal
arteries into high-velocity, low-resistance vessels by invasive trophoblast cells, facilitating
sufficient blood flow into the placenta. Concurrently, placental vascularization establishes a
specialized network of fetal capillaries that interact with the maternal circulation to extract
vital nutrients and oxygen necessary for fetal growth.

Disruptions in these developmental processes can lead to various complications,
including fetal growth restriction, preeclampsia, preterm birth, delayed physical devel-
opment, reduced cognitive function in the fetus, and increased disease risk in postnatal
life [1–5]. Additionally, mothers may experience cardiovascular disease and kidney dys-
function after giving birth [6–10]. While the underlying causes of these placenta-related
complications are not yet fully understood, placental hypoxia resulting from inadequate
maternal vasculature remodeling is considered a plausible explanation [11,12]. Currently,
the only known treatment for many of these complications is the delivery of the placenta,
underscoring the need for further investigation into the processes contributing to the
pathophysiology of these diseases [13].
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As previously mentioned, trophoblast differentiation governs the initiation and suf-
ficiency of the developmental processes required for a functional placenta. Aberrant
trophoblast differentiation, resulting in an abnormal number and proportion of the pla-
cental cell types, can severely impact the formation of this organ, resulting in placental
insufficiency and pregnancy complications. Recent studies have highlighted the critical
role of invasive cell lineage formation in uterine transformation, as insufficient cell dif-
ferentiation has been associated with poor artery remodeling and the development of
preeclampsia [14]. The trajectory of trophoblast differentiation was also found to be recon-
structed in the preeclamptic placenta [15]. Consistently, specific cell markers of invasive
trophoblast cells have been shown to be differentially expressed by the placenta under
preeclamptic conditions, suggesting obstructed cell differentiation [16–18]. Moreover, in-
hibiting trophoblast differentiation has been shown to decrease spiral artery remodeling
in vitro [19]. Collectively, existing data suggest that obstructed trophoblast differentiation
is involved in the etiology of these pregnancy complications. Therefore, gaining a com-
prehensive understanding of the known developmental processes, mechanistic regulation,
and identification of biomarkers for placental cell differentiation is crucial for evaluating
the development and progression of placenta-induced diseases and could provide a basis
for predicting these gestational disorders. This knowledge will not only shed light on the
underlying mechanisms but also provide valuable insights for future research endeavors in
this field.

2. Developmental Processes of the Placenta

The placenta plays an important role in supporting the growth and vitality of the
developing offspring, and proper development of this organ is crucial for its functionality.
In humans, the placenta consists of invasive and supportive trophoblast cells, and a special-
ized vascular network that arises through extensive villous branching and vasculogenic
processes [20]. The human placenta is a hemochorial placenta with tree-like structures,
known as chorionic villi, suspended in a free-flowing pool of maternal blood [21,22].
In mice, the placenta is organized into three distinct layers—the maternal decidua, the
junctional zone, and the labyrinth [23,24]. The mouse placenta is also characterized as a
hemochorial placenta and shares similar functionalities and developmental processes with
the human placenta.

2.1. Placental Cell Types in the Human and Mouse Placenta
2.1.1. Distinct Types of Trophoblast Cells in the Human Placenta

The placenta in humans is composed of three distinct types of trophoblast cells:
cytotrophoblast cells, syncytiotrophoblast cells, and extravillous trophoblast cells (Figure 1).
Together, the cytotrophoblast and syncytiotrophoblast cells form the placental barrier that
prevents maternal and fetal circulations from directly interacting [25]. The cytotrophoblast
cells surround the fetal blood vessels within the placental villi and act as a stem cell pool
to regenerate the syncytiotrophoblasts and extravillous trophoblasts [26,27]. Furthermore,
these cells have a high metabolic activity, contributing significantly to the energy production
necessary for placental maintenance [25]. Recent research has revealed three subtypes of
cytotrophoblast cells in the first- and second-trimester placenta, with the first being a
proliferative subtype that serves as a potential pool of replenishing cells [28]. The second
and third subtypes are both non-proliferative, but the second subtype is the progenitor
pool for the syncytiotrophoblast cells [28].

The syncytiotrophoblast cells form a monolayer along the epithelium of the villous
structure, as they come in contact with the maternal blood [25]. These cells secrete various
protein and steroid hormones, and are responsible for much of the nutrient transport
between the fetal and maternal circulations [25].
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the fetal capillaries. These tree-like villous structures suspend in a free-flowing pool of maternal 
blood, known as the lacunae. The maternal and fetal blood spaces are separated by two layers of 
cells, which house transporters and diffusive abilities, that facilitate the transport of nutrients and 
oxygen from the maternal to fetal circulation. Cytotrophoblasts (CTB); syncytiotrophoblasts (SynT); 
trophoblasts (TB); extravillous trophoblasts (EVT); endovascular extravillous trophoblasts (eEVT); 
interstitial extravillous trophoblasts (iEVT); vascular smooth muscle cells (VSMC). 

On the other hand, the extravillous trophoblast cells are the invasive cells of the hu-
man placenta. They mainly arise from the cell column trophoblasts that detach from the 
anchoring placental villi [29]. These cells have a migratory function, as they invade the 
uterine wall to establish contact with the maternal circulation [30]. The interstitial extravil-
lous trophoblast cells invade the uterine wall to anchor the placenta to the uterus, while 
the endovascular extravillous trophoblasts invade the maternal spiral arteries and replace 
the endothelial lining, remodeling the vessels and allowing for adequate blood transport 
into the placenta [31]. 

2.1.2. Distinct Types of Trophoblast Cells in the Mouse Placenta 
Distinct types of trophoblast cells exist in both the mouse and human placenta, and 

they differ structurally (Figure 2). In the mouse placenta, spiral artery remodeling takes 
place in the decidua, allowing for the vasodilation of maternal vessels to supply adequate 
blood to the placenta [32]. This leads to the establishment of a central artery that shunts 
maternal blood to the base of the placenta and into the labyrinth layer, which houses the 
placental vascular network [20]. The junctional zone, or intermediate layer, has a 

Figure 1. Structure of the human placenta. The decidua is the site of the maternal spiral artery
attachment and is invaded by extravillous trophoblast cells for vessel remodeling and anchoring the
placenta to the uterus. From the base of the placenta, chorionic villi emerge and expand to house
the fetal capillaries. These tree-like villous structures suspend in a free-flowing pool of maternal
blood, known as the lacunae. The maternal and fetal blood spaces are separated by two layers of
cells, which house transporters and diffusive abilities, that facilitate the transport of nutrients and
oxygen from the maternal to fetal circulation. Cytotrophoblasts (CTB); syncytiotrophoblasts (SynT);
trophoblasts (TB); extravillous trophoblasts (EVT); endovascular extravillous trophoblasts (eEVT);
interstitial extravillous trophoblasts (iEVT); vascular smooth muscle cells (VSMC).

On the other hand, the extravillous trophoblast cells are the invasive cells of the
human placenta. They mainly arise from the cell column trophoblasts that detach from
the anchoring placental villi [29]. These cells have a migratory function, as they invade
the uterine wall to establish contact with the maternal circulation [30]. The interstitial
extravillous trophoblast cells invade the uterine wall to anchor the placenta to the uterus,
while the endovascular extravillous trophoblasts invade the maternal spiral arteries and
replace the endothelial lining, remodeling the vessels and allowing for adequate blood
transport into the placenta [31].

2.1.2. Distinct Types of Trophoblast Cells in the Mouse Placenta

Distinct types of trophoblast cells exist in both the mouse and human placenta, and
they differ structurally (Figure 2). In the mouse placenta, spiral artery remodeling takes
place in the decidua, allowing for the vasodilation of maternal vessels to supply adequate
blood to the placenta [32]. This leads to the establishment of a central artery that shunts
maternal blood to the base of the placenta and into the labyrinth layer, which houses
the placental vascular network [20]. The junctional zone, or intermediate layer, has a
structural role and is believed to provide nutrients and hormones to support the developing
labyrinth [20].
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cells (C-TGC); sinusoidal trophoblast giant cells (S-TGC); syncytiotrophoblasts (SynT); vascular 
smooth muscle cells (VSMC). 
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transforming the spiral arteries into high-velocity, low-resistant vessels [32]. Four sub-
types of trophoblast giant cells exist, including spiral artery trophoblast giant cells and 
parietal trophoblast giant cells, which reside in the decidual layer [33–36]. The canal troph-
oblast giant cells and sinusoidal trophoblast giant cells are in the labyrinth [32]. The struc-
tural cells of the placenta include those located within the junctional zone and the remain-
ing cells of the labyrinth. The spongiotrophoblast and glycogen trophoblast cells are 
within the junctional zone. The spongiotrophoblast cells are thought to contribute a sup-
portive role to the developing labyrinth and feed into the trophoblast giant cell progenitor 
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Figure 2. Structure of the mouse placenta. The mature placenta comprises 3 layers, the maternal
decidua, the junctional zone, and the labyrinth. The decidua is the site of maternal spiral artery
remodeling and uterine attachment by the invasive trophoblast cells. The junctional zone is the
intermediate layer that supports the developing labyrinth through its endocrine role. The labyrinth
houses the fetal capillaries and maternal lacunae, two distinct blood spaces that are separated by
the interhemal membrane. Spongiotrophoblasts (SpT); glycogen trophoblasts (GlyT); spiral artery
trophoblast giant cells (SpA-TGC); parietal trophoblast giant cells (P-TGC); canal trophoblast giant
cells (C-TGC); sinusoidal trophoblast giant cells (S-TGC); syncytiotrophoblasts (SynT); vascular
smooth muscle cells (VSMC).

In the mouse placenta, there are two lineages of trophoblast cells, the invasive and
structural cells, which arise from the trophoblast stem progenitor cells [21]. Trophoblast
giant cells are the invasive cells responsible for invading the maternal vasculature and
transforming the spiral arteries into high-velocity, low-resistant vessels [32]. Four sub-
types of trophoblast giant cells exist, including spiral artery trophoblast giant cells and
parietal trophoblast giant cells, which reside in the decidual layer [33–36]. The canal
trophoblast giant cells and sinusoidal trophoblast giant cells are in the labyrinth [32]. The
structural cells of the placenta include those located within the junctional zone and the
remaining cells of the labyrinth. The spongiotrophoblast and glycogen trophoblast cells
are within the junctional zone. The spongiotrophoblast cells are thought to contribute
a supportive role to the developing labyrinth and feed into the trophoblast giant cell
progenitor pool [37,38], while glycogen cells, which arise from the spongiotrophoblast
cells, are thought to accumulate glycogen and can migrate into the maternal decidua
for spiral artery remodeling [39]. The two different types of syncytiotrophoblast cells,
syncytiotrophoblast-I and syncytiotrophoblast-II, are located within the labyrinth zone [40].
These cells function in the material exchange between the mother and fetus and, along with
the sinusoidal trophoblast giant cells, make up the interhemal membrane [40,41]. However,
the specific functions of some of these cells are not well understood.
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2.1.3. Comparative Roles of Cell Types in the Mouse and Human Placentas

Although the mouse and human placentas have many different cell types, they per-
form similar functions. In the mouse placenta, the trophoblast stem progenitor cells are
similar to the cytotrophoblast cells in the human placenta, as they both maintain stemness
and give rise to other trophoblast cell types [36]. The spongiotrophoblasts in the mouse
placenta are comparable to the cell column trophoblast cells in the human placenta, as they
both differentiate into invasive trophoblast cells [36,38]. The trophoblast giant cells and
glycogen cells in the mouse placenta are similar to the extravillous trophoblast cells in the
human placenta. Specifically, the parietal trophoblast giant cells and glycogen trophoblast
cells in the mouse placenta resemble the interstitial extravillous trophoblast cells in the
human placenta, as they anchor the placenta to the uterine wall [36]. Furthermore, the spiral
artery trophoblast giant cells in the mouse placenta are equivalent to the endovascular
extravillous trophoblast cells in the human placenta, as they both function in maternal
vascular invasion and spiral artery remodeling [36]. Finally, the syncytiotrophoblast-I and
-II cells in the mouse placenta are similar to the syncytiotrophoblast cells in the human
placenta, as they both act as a barrier between the maternal and fetal circulations and
facilitate nutrient transport [42]. These similarities make the mouse placenta a valuable
model for understanding the development and function of the human placenta and for
investigating placental complications and diseases in pregnancy.

2.2. Differentiation of Trophoblast Cells

Placental development begins early in gestation when the cells of the morula make
their first developmental choice, either to become stem cells of the inner cell mass or the
trophectoderm. The inner cell mass then develops the embryo, while the trophectoderm
forms the placenta [40]. Importantly, the polar trophectoderm, which is the portion of the
trophectoderm that comes into direct contact with the inner cell mass, gives rise to the
majority of the mature placenta (Figure 3) [40].
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Figure 3. Lineage tracing of trophoblast differentiation. From the polar trophectoderm, trophoblast
stem cells form and give rise to progenitor trophoblasts. These further differentiate into the structural,
supportive, functional, and invasive cell types of the placenta. Extraembryonic ectoderm (ExE);
trophoblast stem cells (TSC); ectoplacental cone (ECC); progenitor trophoblast cells (P-TBs).
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2.2.1. The Developmental Stages of Human Trophoblast Differentiation

In humans, early trophoblast stem cells are derived from the trophectoderm and
express critical markers of trophoblast identity and self-renewal, including Krt8, Gata3,
Tead4, and Tp63 [43–45]. These cells then differentiate into cytotrophoblasts or the multi-
nuclear primitive syncytium, which become the first invasive placental cell types before
the formation of the extravillous trophoblasts [27,46,47]. The proliferative cytotrophoblasts
then form primary villi, and continuous proliferation and fusion of the developing villous
cytotrophoblasts result in the formation of secondary villi [48]. The tertiary villi contain
the fetal blood vessels and allow for materno-fetal exchange [48]. Concurrently, the prolif-
erating cytotrophoblasts differentiate into invasive extravillous trophoblast cells [48]. As
villous maturity is accomplished, the cytotrophoblasts within the tips of the anchoring
villi form rows of proliferative cell column trophoblasts, serving as a progenitor pool for
differentiating extravillous trophoblasts [48].

The extravillous trophoblasts further differentiate into interstitial extravillous tro-
phoblasts, which invade the decidual stroma, and endovascular extravillous trophoblasts,
which invade the maternal spiral arteries [49,50]. As extravillous trophoblasts invade,
progenitor extravillous trophoblasts form in the proximal cell columns of anchoring villi
in the placenta. These progenitors then stop proliferating within the distal cell columns
and differentiate into interstitial extravillous trophoblasts or endovascular extravillous
trophoblasts, which, respectively, invade the maternal decidual stroma and its vessels [51].
Shortly after implantation, the endovascular extravillous trophoblasts occlude the maternal
spiral arteries, preventing premature oxygen delivery to the placental villi and reducing
fetal oxidative stress [52]. Around the 10th week of pregnancy, the interstitial and endovas-
cular extravillous trophoblasts collaborate to remodel the arteries and establish proper
blood flow in the placenta [53]. Although the process of trophoblast differentiation in the
human placenta is well-defined, the transcriptomic profile involved in the formation of the
cell types is not fully understood, mainly due to the challenges in obtaining these organs
from pregnancies.

2.2.2. The Developmental Stages of Mouse Trophoblast Differentiation

While the development of the human placenta has been difficult to examine, due to
limited access to human organs during pregnancy, the mouse placenta has been extensively
studied, and its differentiation processes are well understood.

The initiation of murine placentation involves paracrine growth signals from the inner
cell mass, specifically Fgf4, which induces stemness and the proliferation of trophoblast
stem cells through Fgfr2 signaling of Cdx2 and Eomes transcription factors [54,55]. During
development, some of these cells maintain Cdx2 and Eomes expression, giving rise to the
chorion and eventually developing into the labyrinth layer [40]. As trophoblast cells move
away from the developing embryo, Fgf4 signaling decreases, and differentiation follows.
The ectoplacental cone then develops, allowing for the transcription of Mash2, which
provokes the development of trophoblast progenitor cells from the stem cell pool [56]. This
step is crucial for placental development, and deletion of Mash2 results in a significant
reduction in ectoplacental cone cells and a loss of spongiotrophoblasts [56].

The ectoplacental cone also begins to express Tpbpα, a key marker gene for the
junctional zone and invasive trophoblast giant cells [57]. Ablation of Tpbpα results in
trophoblast invasion deficiencies and defective spiral artery remodeling [58]. From the
ectoplacental cone, the cells further differentiate into either spongiotrophoblasts or tro-
phoblast giant cells. Spongiotrophoblast cells retain Tpbpα expression and can feed into
the trophoblast giant cell pool or further differentiate into glycogen trophoblast cells [40].
Trophoblast giant cells begin to differentiate upon the suppression of Mash2 and the ex-
pression of Hand1, which antagonizes Mash2 function and promotes trophoblast giant cell
formation [40,59]. Mash2, which is a basic helix–loop–helix (bHLH) transcription factor,
interacts with E proteins, Itf2 and Alf1, to bind to DNA and initiate transcription and
maintain the giant cell precursors [60]. Mutations in Hand1 induce defects in trophoblast
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giant cell differentiation and labyrinth vascularization, resulting in significant growth
restriction and fetal demise in some cases [61,62]. Interestingly, trophoblast giant cells have
been shown to have differing precursors, sourced from outside the ectoplacental cone and
spongiotrophoblast cells. In a study that crossed female Tpbpα-Cre mice with male Z/AP
dual reporter mice, the findings were able to show that all the spiral artery trophoblast
giant cells originated from Tpbpα+ precursors, while about 50% of the parietal and canal
trophoblast giant cells, and 100% of the sinusoidal trophoblast giant cells, arose from
Tpbpα− origins [40]. This finding underscores the importance of mechanistic regulation
and proper signaling stimuli to drive trophoblast differentiation.

3. Important Cell Signaling in Trophoblast Differentiation
3.1. FGF4 Signaling Pathway

Fibroblast growth factors (Fgfs) are a family of proteins that are functionally relevant
in many different biological processes, including embryonic development and homeosta-
sis [63]. Fgfs act through four subtypes of receptors, Fgfr1–4, which are transmembrane
tyrosine kinases, and induce their responses through downstream signaling pathways,
such as RAS/MAPK, PI3K/AKT, and PLCγ [64,65]. During embryonic development, the
Fgf signaling pathway is important for cell survival, proliferation, differentiation, and
migration [63]. Specifically, Fgfs are prominent regulators of pluripotency of hematopoietic
and mesenchymal stem cells [63].

3.1.1. FGF4

During the early stages of placental development, the extraembryonic ectoderm is
formed, and it consists of self-renewing trophoblast stem cells that are essential to provide
the ectoplacental cone with progenitor cells for trophoblast giant cells and spongiotro-
phoblasts [66–68]. Fgf4 signals from the inner cell mass support the retention of the
capacity of these trophoblast stem cells to proliferate and self-renew [69]. Trophoblast
differentiation is important for the establishment of the placenta, but initially, obtaining
adequate stemness is necessary. The suppression of ErrB, Eomes, and Cdx2, which are tran-
scription factors expressed by trophoblast stem cells, and an increase in Mash2, indicating
differentiation of these stem cells to trophoblast progenitor cells, occur as Fgf4 signaling is
lost [69]. Interestingly, an in vitro study showed that Fgf4 signaling alone was not sufficient
to increase ErrB, Eomes, or Cdx2 in the trophoblast cells. However, the addition of Nodal
with Fgf4 significantly enhanced the expression of these transcription factors, suggesting
that Nodal is an important agonist within Fgf4 signaling activity to maintain trophoblast
proliferation before differentiation [69].

3.1.2. Cross-Talk between FGF4 and Other Signaling Pathways

Fgf4 signaling has notable interactions with other signaling pathways to induce a
specific response. As previously mentioned, the RAS/MAPK pathway is a downstream
target of Fgf. The maintenance of the trophoblast stem cell compartment by Ras/Mapk/Erk
is thought to be Fgf-dependent [70]. In trophoblast stem cells, Fgf4 was found to activate
RAS/ERK through Shp2, which is a nonreceptor protein-tyrosine phosphatase important
for the normal activation of this pathway [71]. This then destabilizes the apoptotic factor,
Bim, further allowing for trophoblast stem cell proliferation and survival [72]. Furthermore,
trophoblast stem cells treated by Fgf4 displayed increased differentiation and evidence of
EMT upon the inactivation of mitogen-activated protein kinase kinase (MEKK4), as well as
a decreased activation of Jnk and p38. This indicates that Fgf4 works with the RAS/MAPK
signaling pathway for the maintenance and self-renewal of trophoblast stem cells in an
undifferentiated state [73].

Fgf4 has other known interactions in terms of function in early trophoblast devel-
opment. In trophectoderm cells, which are the precursors for the developing placenta,
there was a significant activation of p-AKT upon Fgf4 incubation, increasing cell migration,
which is important for placental implantation [74]. Additionally, in trophoblast stem cells,
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the addition of Activin to Fgf4-treated cells increasingly promotes cell proliferation and
self-renewal [75]. This response was similar in other experiments, in which the cells were
treated with Fgf4+Nodal or Fgf4+TGFβ [69,75]. Together, this data indicates that Fgf4
works synergistically with other signaling pathways to promote cell proliferation, survival,
and migration during the early stages of placental development.

3.2. IGF-1 Pathway

IGF-1, or insulin-like growth factor 1, is a peptide hormone that belongs to a family
of similar hormones, including IGF-2. Its production is triggered by the release of growth
hormone (GH) in the body [76]. Apart from its role in promoting growth and develop-
ment, IGF-1 plays a crucial part in regulating various metabolic processes, such as protein
synthesis and breakdown, glucose uptake, and cellular metabolism. The availability and
distribution of IGF-1 in the bloodstream is controlled by a group of proteins called IGFBPs,
or IGF-binding proteins. These proteins interact with IGF-1 and can either enhance or
inhibit its activity, depending on their specific interactions. Furthermore, IGF-1 itself can
exert feedback regulation on its own production, meaning that high levels of IGF-1 can
suppress the release of GH, thereby reducing further IGF-1 production [77].

3.2.1. IGF-1

IGF-1 has been identified as an essential factor for fetal survival. Studies on IGF-1
null mice have shown that approximately 95% of embryos lacking IGF-1 do not survive,
while the few surviving pups exhibit severe growth retardation and developmental defects
affecting various organs, including the brain, muscle, bone, and lungs [78]. In the context
of fetal growth and development, IGF-1 is locally produced in the placenta and acts as
a critical regulator. It stimulates the production and release of placental hormones, like
hCG and progesterone. Additionally, IGF-1 plays a role in promoting the proliferation and
differentiation of trophoblast cells, supporting proper placental formation by facilitating
angiogenesis, the process of forming new blood vessels within the placenta. The placenta
itself expresses IGF-1 receptors and IGF-1 binding proteins (IGFBPs), which are involved in
regulating the distribution and activity of IGF-1 [79].

3.2.2. Cross-Talk between IGF-1 and Other Signaling Pathways

IGF-1 has been the subject of extensive research due to its involvement in various
crucial signaling pathways, contributing to development and proliferation. One prominent
pathway activated by IGF-1 is the PI3K/AKT pathway. When IGF-1 binds to IGF-1R, it
triggers the recruitment and activation of PI3K, subsequently leading to the activation of
AKT. This pathway is known to regulate the differentiation of different trophoblast cell
types, including invasive giant cells and cytotrophoblasts [25,80]. Additionally, in addition
to directly impacting trophoblast differentiation, the IGF-1/AKT/PI3K axis also plays a
role in the secretion of β-hCG and progesterone, which are involved in regulating the syncy-
tialization of cytotrophoblasts [81,82] The multifaceted function of IGF-1 in interacting with
these essential signaling pathways underscores its significance in regulating trophoblast
development and the associated hormonal activities.

IGF signaling has been identified as a significant influencer of the Wnt pathway
in trophoblast cells. IGFs have been demonstrated to stimulate Wnt signaling through
various mechanisms [83]. Specifically, IGF-1 can enhance the expression of Wnt ligands,
stabilize β-catenin, and promote the nuclear translocation of β-catenin, a key effector of
canonical Wnt signaling [84,85]. The canonical Wnt pathway, mediated by β-catenin, plays
a crucial role in the formation and maintenance of the trophoblast giant cell layer and
syncytiotrophoblasts [86].

While IGF-1 interacts with several essential pathways involved in trophoblast differen-
tiation, its primary function lies in promoting the formation of syncytiotrophoblasts from cy-
totrophoblasts and facilitating the differentiation of invasive extravillous trophoblasts [82].
Consequently, IGF-1 presents an intriguing target for future investigations into pregnancy
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complications associated with immature villus development and improper implantation.
Understanding the role of IGF-1 in these processes could offer valuable insight for the
development of potential therapeutic interventions.

3.3. TGF-β Signaling

The TGF-β family comprises numerous members, including TGF-β itself, bone mor-
phogenetic proteins (BMPs), activins, inhibins, and Nodal [87]. These members activate the
Smad family via activin receptor-like kinases upon binding to their receptors [87]. Upon
phosphorylation, the Smad proteins generally form dimers with the mediator protein,
Smad4, and translocate to the nucleus to activate transcription [87]. Throughout placental
development, the TGF-β family regulates trophoblast proliferation, differentiation, migra-
tion, and invasion [88]. Importantly, dysregulated TGF-β signaling has been implicated in
preeclampsia, a pregnancy complication resulting from inadequate spiral artery remodeling
and placental dysfunction [89]. Consequently, this pathway has been extensively studied
and is known to have a crucial role in proper placentation.

3.3.1. TGF-β

TGF-β plays a crucial role in trophoblast proliferation, migration, and invasion. It
consists of three isoforms, namely TGF-β1, TGF-β2, and TGF-β3 [88]. When activated,
these isoforms cause the phosphorylation of Smad 2 or 3, forming a complex with Smad
4 that translocates to the nucleus and regulates gene transcription [90]. Exposing rat
trophoblast stem cells to TGF-β resulted in increased expression of Tpbpα, Prl3d1, Prl3b1,
and Prl2c2, indicating increased differentiation of spongiotrophoblasts and trophoblast
giant cells. Conversely, adding Activin to these cells led to a labyrinth cell fate [75].

However, in humans, TGF-β has a different effect: it suppresses the formation of
extravillous trophoblast and promotes the syncytialization of cytotrophoblast cells [91].
Treatment of SM10 cells with TGF-β resulted in a significant increase in p-Smad2 levels,
leading to labyrinth cell formation [92]. Additionally, when villous explants from first-
trimester human placentas were exposed to TGF-β, the outgrowth effect induced by Activin
was reversed [93]. On the other hand, the expression of TGIF-1, a suppressor of TGF-β, is
significantly increased in differentiated syncytiotrophoblasts from cytotrophoblasts in both
first- and third-trimester human placentas. Decreased TGIF-1 expression is associated with
decreased differentiation of syncytiotrophoblasts and a smaller syncytium [94].

TGF-β plays a crucial role in the differentiation and maturation of various extravillous
trophoblast subtypes. Phosphorylated Smad2 was found to be mainly present in the HLA-
G negative proximal cell column of cytotrophoblasts, while phosphorylated Smad3 signals
were stronger in the extravillous trophoblast region of the human placenta [90]. In TGF-β
inhibitory conditions, there was a significant increase in the concentration of progenitor
extravillous trophoblasts, as indicated by the upregulation of HLA-G and VE-cadherin.
Silencing of Smad2 in HTR-8/SVneo cells resulted in significant outgrowth, increased
expression of MMP1 and VE-cadherin, accelerated migration, and increased invasion,
whereas silencing of Smad3 had the opposite effect, indicating that Smad2 inhibits while
Smad3 stimulates extravillous trophoblast differentiation and invasion [90]. However, with
the provision of TGF-β, a significant increase in the expression of DAO, PAPPA2, and FN1,
and a decrease in VE-cadherin were observed, indicating the differentiation of progenitor
extravillous trophoblasts into interstitial extravillous trophoblasts [51]. TGF-β was also
found to induce the differentiation of progenitor extravillous trophoblasts into interstitial
extravillous trophoblasts through Smad3 activation [51].

3.3.2. Nodal

During placental development, Nodal plays a crucial role in regulating invasive tro-
phoblast differentiation. In mouse mutants, lack of Nodal resulted in abnormal placentation
with an excessive number of trophoblast giant cells [95]. Moreover, the addition of Nodal
inhibited trophoblast giant cell formation and decreased PL-I and PL-II gene promoter
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activity in Rcho-1 cells and trophoblast stem cells [95]. Conversely, the inhibition of Nodal
signaling in human embryonic stem-cell-derived trophoblasts led to EMT and invasive
cytotrophoblast formation while promoting syncytiotrophoblast formation [96]. In the
placenta, Stox1 is a transcription factor that regulates genes, increasing trophoblast prolifer-
ation and decreasing invasion, and is regulated by IGF-1 [97]. Interestingly, Nodal addition
to first-trimester extravillous trophoblasts led to increased IGF-1 secretion, resulting in
increased expression of Stox1 [97]. Overall, the current literature suggests that Nodal is
crucial for maintaining the trophoblast stem cell pool and promoting labyrinth formation
during development.

3.3.3. Activin

The role of Activin signaling is also crucial in the development of the placenta, es-
pecially in trophoblast differentiation. Similar to Nodal, the absence of Activin signaling
promotes the formation of invasive trophoblasts in vitro [96]. Conversely, the treatment of
trophoblast stem cells with exogenous Activin results in a significant increase in Gcm1 and
Synb expression, indicative of syncytiotrophoblast differentiation, as well as a significant
decrease in or delayed expression of Tpbpα, Prl3d1, Prl3b1, and Prl2c2, which are mark-
ers for spongiotrophoblasts and trophoblast giant cells, when Fgf4 is removed from the
medium [75]. In contrast, the provision of Activin to villous explants from first-trimester
human placentas leads to substantial outgrowth of cells from the villous tip, accompanied
by increased expression of HLA-G, MMP-9, and fibronectin by the cells of the villous
outgrowth [93], indicative of cytotrophoblast differentiation into invasive extravillous tro-
phoblasts. These findings are consistent with other results showing that Activin promotes
extravillous trophoblast differentiation and invasion [93,98]. However, the addition of
Activin to SM-10 cells does not effectively promote differentiation [92]. Although the data
on the role of Activin in trophoblast differentiation are conflicting, proper regulation of this
signaling pathway is essential for placental development.

3.4. Hypoxia and HIF-1

In the early stages of gestation, the trophoblast cells are exposed to a low-oxygen
environment due to limited maternal blood flow to the placenta, which is crucial for
protecting the developing embryo against free radicals [99]. However, as the embryo grows,
sufficient oxygen is required for normal development, and this must be provided by the
maternal circulation. Hence, low oxygen levels are a key driver of placentation. Under
hypoxic conditions, the expression of hypoxia-inducible factor-1 (HIF-1) increases. HIF-1
is a heterodimeric protein composed of alpha and beta subunits [100]. These subunits
become stabilized and then move into the nucleus, where they bind with the HIF-1 beta
subunit, ARNT, to form a transcriptionally active complex that induces the expression
of genes associated with glycolysis, red blood cell production, and angiogenesis [99,100].
Once normoxia is restored, the HIF-1 subunits are degraded [101].

Research has demonstrated that oxygen tension can impact the differentiation of tro-
phoblast cells [99]. In mice with a mutation in HIF-1α, labyrinth vascularization, trophoblast
invasion, and Tpbp expression were significantly impaired [101]. Hypoxic conditions (3%
O2) also led to an increase in Tpbp mRNA levels and a reduction in Plf and Hand1 expres-
sion in TS cells, indicating that low oxygen favors spongiotrophoblasts over trophoblast gi-
ant cell differentiation [101]. Low-oxygen tension also increased the proportion of HLA-G+
extravillous trophoblasts in cultured cytotrophoblasts from first-trimester human placentas,
accompanied by changes in MMP2 and hCG secretion, which are markers of extravillous
and syncytiotrophoblast formation and functionality, respectively [100]. However, the loss
of ARNT in these cytotrophoblasts abrogated these effects [100]. Human villous explants
from first-trimester placentas cultured under hypoxic conditions exhibited increased extrav-
illous trophoblast outgrowth from the distal end of the villous tip, which was accompanied
by increased MMP2 activity and the expression of HIF-1α and TGF-β3 transcripts [102].
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Inhibition of HIF-1α in the hypoxic explants downregulated TGF-β3, indicating that TGF-β
signaling may regulate the role of hypoxia in trophoblast differentiation [102].

Spiral artery remodeling regulates oxygen tension in the placenta. Prior to trophoblast
differentiation, immune cells are recruited to the placentation site to initiate this process.
Uterine natural killer cells play a significant role in this process, promoting slight vessel
remodeling by decreasing arterial smooth muscle wall thickness and increasing vessel
lumen diameter [103]. These natural killer cells also have a profound impact on the devel-
opment and function of the invasive trophoblast cell lineage, as they secrete cytokines, have
direct cell–cell interactions, and control oxygen tension to initiate differentiation [103]. The
absence of natural killer cells at the maternal–fetal interface results in transient hypoxia,
leading to poor placentation [103]. Therefore, natural killer cells are important in regulating
oxygen concentration and inducing the expression of HIF-1, leading to the differentiation
of invasive trophoblast cells and inhibiting the formation of syncytiotrophoblasts [103].
Together, these findings suggest that hypoxia plays an important role in trophoblast differ-
entiation, particularly of the invasive cell lineage, and that spiral artery remodeling and
natural killer cells are key regulators of oxygen tension and trophoblast differentiation.

3.5. Retinoic Acid Signaling Pathway

Retinoic acid (RA) is the bioactive form of vitamin A, which exerts its effects by
binding to two different receptors, the retinoic acid receptors (RARs) and the retinoid X
receptors (RXRs) [104]. These receptors function as transcription factors and modulate
gene expression by binding to specific DNA response elements in their target genes [105].
RARs and RXRs are expressed in the placenta, particularly within syncytiotrophoblasts,
and an RXR deficiency leads to abnormal labyrinth development [105,106]. In vitro studies
have demonstrated that RA increases the production of hCG and hPL, which occurs
during the differentiation of cytotrophoblasts to syncytiotrophoblasts [107]. Moreover,
RXR levels increase during trophoblast differentiation, indicating RA’s involvement in this
cellular process [107].

When trophoblast stem cells are cultured in the presence of FGF4, they remain undif-
ferentiated. However, upon the addition of retinoic acid (RA) to the media, the cells show
reduced growth and changes in morphology within 48 h [104]. This is accompanied by a
significant decrease in Id-2, which is a negative regulator of bHLH transcription factors
and is highly expressed in trophoblast progenitors [104,108]. As the cells differentiate
upon RA treatment, there is a significant increase in Pl-1, a marker for trophoblast giant
cells, while Tpbpα becomes undetectable [104]. Additionally, the proportion of Tpbp-
positive cells is significantly reduced upon RA treatment [104]. In vivo studies have also
shown that injection of RA into pregnant mice at E6.5 and 7.5 causes the placental giant
cell layer to thicken and the number of spongiotrophoblasts to decrease [104]. Similarly,
trophoblast cells isolated from the rat placental junctional zone on day 13 of pregnancy ex-
hibit decreased expression of PLP-C and Pl-IV, proteins expressed by spongiotrophoblasts,
upon RA treatment [109]. These findings suggest that RA promotes trophoblast giant cell
differentiation and inhibits spongiotrophoblast formation.

In contrast, the expression of RA receptors, including RXR, is prominent in differenti-
ating syncytiotrophoblasts [105]. As mentioned earlier, the RXR mutant exhibits defective
labyrinth development, indicating the significance of RA signaling in the formation of
these cells. When human placental cytotrophoblasts were treated with the RXR agonist,
BMS649, or the PPAR-γ ligand, rosiglitazone, there was a considerable increase in hCG
and hPL secretion, indicative of syncytiotrophoblast differentiation [105]. PPAR-γ forms
heterodimers with RXRs, which bind to PPAR-responsive elements within the promoters of
PPAR-γ target genes [110]. Syncytiotrophoblast cells also show high expression of PPAR-γ,
which is similarly expressed to RXR in their nuclei [105]. Furthermore, trophoblast cells
treated with PPAR-γ induced syncytiotrophoblast cell formation [111]. Interestingly, expo-
sure of cultured extravillous trophoblasts to PPAR-γ or RXR antagonists leads to increased
trophoblast invasion, indicating that the activation of receptors mediates the impact of RA
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signaling on trophoblast differentiation [112]. Although the response of RA signaling on
trophoblast formation varies, it still plays a vital role in placenta development.

4. Epigenetic Regulation of Trophoblast Differentiation

Trophoblast differentiation is influenced by epigenetic modifications [113]. Trophoblast
cells are globally hypomethylated compared to the inner cell mass, and DNA methylation
of the transcription factor Elf5 controls the lineage fate of cells within the early blasto-
cyst. Elf5 is hypomethylated in the trophoblast compartment and positively reinforces
trophoblast fate and trophoblast stem cell proliferation through a feedback loop with
Cdx2 and Eomes [114]. Embryo-specific genes Oct4 and Nanog are globally methylated
and repressed in trophoblast stem cells, while Plet1 is hypomethylated and promotes cell
lineage specification [115,116]. Overexpression of Plet1 in trophoblast cells accelerates
differentiation towards ectoplacental cone-like trophoblasts, specifically trophoblast giant
cells, while downregulating syncytiotrophoblast cell markers [117].

During normal placental development, downregulation of Dnmt1, Dnmt3a, and
Dnmt3b in cytotrophoblast cells leads to hypomethylation of syncytin-1, resulting in the
differentiation of syncytiotrophoblasts [118]. Overexpression of Dnmt3a in cytotrophoblast
cells induces the downregulation of syncytin-1, leading to defective syncytiotrophoblast
formation and placental abnormalities [119]. The differentiation of trophoblast stem cells
to the invasive cell lineage is also epigenetically regulated [120]. Hypermethylation of
E-cadherin, Krt7, Dnmt1, and Wnt signaling inhibitors, as well as hypomethylation of Snail
and Slug, regulate the development and functionality of invasive trophoblasts, as many
of these signaling members are involved in trophoblast invasion [121–126]. Treatment of
invasive trophoblast cells with HDAC inhibitors inhibits invasion by causing chromatin to
decondense [127–129].

Trophoblast differentiation is also modulated by microRNAs. Overexpression of
miR-218-1, which is a precursor for miR-218-5p, in vitro, led to significant increases in
markers of endovascular extravillous trophoblast differentiation and invasion, including
Mmp1, Pecam1, VE-cadherin, IL-8, and IL-1β [19]. IL-1β has been found to promote
endovascular extravillous trophoblast differentiation, and interestingly, TGF-β signaling,
through the activation of Smad2, reduces the levels of IL-1β protein and extravillous tro-
phoblast formation [130]. The microRNA, miR-218-5p, targets and inhibits TGF-β signaling,
which increases IL-1β expression and cell differentiation during endovascular extravillous
trophoblast differentiation [19,130]. Additionally, miR-378a-5p downregulates Ccng2 ex-
pression and inhibits syncytiotrophoblast differentiation [131]. These findings demonstrate
the crucial role of epigenetic regulation in the differentiation of trophoblast cells.

5. Biomarkers of Trophoblast Cells

Single-cell RNA-seq technology has become a popular method for analyzing RNA
transcripts and gene expression in individual cells, revealing the composition of different
cell types within biological tissues [132]. This approach allows for the molecular charac-
terization of individual cells, the identification of various cell populations present in the
organ, and an understanding of cellular functions and interactions that contribute to tissue
function in vivo [132]. In the context of investigating the placenta and its spatiotemporal
gene expression patterns throughout development, single-cell RNA-seq can be an invalu-
able tool. However, for this technology to be effective, it is crucial to accurately define cell
populations based on known biomarkers of trophoblast cells (see Tables 1 and 2).

Table 1. Markers for trophoblasts in human placenta.

Cell Types Specifics for scRNAseq ID Additional Markers

Positive Negative

Cytotrophoblasts
Krt8/18
Spint1
Hai-1

HLA-G
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Table 1. Cont.

Cell Types Specifics for scRNAseq ID Additional Markers

Positive Negative

Syncytiotrophoblasts

Krt8/18
hCG
hPL
Syncytin-1

HLA-G Cyp19a1

Extravillous
Trophoblasts

Krt8/18
HLA-G
VE-Cadherin

Notch2, Erbb2, Tcf-4, Tead2

Interstitial Extravillous
Trophoblasts

Krt8/18
Pappa2
Dao
Serpine1

Endovascular
Extravillous
Trophoblasts

Krt8/18
Itga1/5
VE-Cadherin
Pecam1

Table 2. Markers for trophoblasts in murine placenta.

Cell Types Specifics for scRNAseq ID Additional Markers

Positive Negative

Spongiotrophoblasts Krt8/18
Tpbpα

Hand1
Cdkn1c
Pcdh12

Prl5a1 (E8.5-9.5); Prl3c1, 3a1,
8a8, 8a6 (E14.5-term)

Glycogen Trophoblasts

Krt8/18
Tpbpα
Cdkn1c
Pcdh12

Hand1 Prl6a1, 7b1, 7c1 (after E12.5)

Trophoblast Giant Cells
Krt8/18
Hand1
Tpbpα (+/−)

Parietal Trophoblast Giant Cells

Krt8/18
Hand1
Tpbpα (+/−)
Prl3d1

Prl6a1
Prl7b1
Prl7c1

Prl4a1 (before E12.5); Prl2b1,
7a1, 3b1

Spiral Artery Trophoblast Giant Cells

Krt8/18
Hand1
Tpbpα
Prl6a1
Prl7b1

Prl3d1
Prl3b1 Prl7d1, 2c2

Canal Trophoblast Giant Cells

Krt8/18
Hand1
Tpbpα (+/−)
Prl7b1
Prl3b1

Prl6a1 Prl2c2, 7d1

Sinusoidal Trophoblast Giant Cells
Krt8/18
Hand1
Ctsq

Tpbpα Prl2b1, 3b1, 7d1

Syncytiotrophoblast-I Krt8/18
Syna

Hand1
Tpbpα
Gcm1
Synb
Cebpa

Syncytiotrophoblast-II

Krt8/18
Gcm1
Synb
Cebpa

Hand1
Tpbpα
Syna
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Cytokeratin 8 and 18 (Krt8, Krt18) are expressed in all trophoblast cells within the
human placenta [96]. Recent studies have shown that Spint1 and Hai-1 are expressed in
cytotrophoblast cells, which are negative for HLA-G [51,90]. Upon differentiation into
syncytiotrophoblasts, these cells increase their production of hCG and hPL and express
Syncytin-1 and Cyp19a1 [96,105,113,120]. Extravillous trophoblast cells, which arise from
cytotrophoblasts, undergo epithelial-to-mesenchymal transition and express VE-cadherin,
as well as HLA-G, Notch1, Erbb2, Tcf-4, and Tead2 [51,96,100]. Interestingly, HLA-G
polymorphisms have been associated with pre-eclamptic pregnancies, potentially due to
the poor development of these invasive cell types [133,134]. Interstitial and endovascular
extravillous trophoblast cells express specific markers, such as Pappa2, Dao, and Serpine1,
and Itga1, Itga5, VE-Cadherin, and Pecam1, respectively, to distinguish them [51,130].
While markers have been identified for specific cell types, there is limited knowledge
regarding their temporal and mechanistic regulation throughout placental development.
Single-cell RNA-seq technology can help in identifying the spatiotemporal patterning of
gene expression and the composition of different cell types within the placenta. However,
the proper definition of cell populations based on known biomarkers of trophoblast cells is
necessary for this technology to be effective.

As mentioned earlier, the mouse and human placentas exhibit many similarities in
their organ function. However, structural differences exist between the two, including
differences in the cell populations present in the tissues. Interestingly, the key markers of
murine trophoblast cells are weakly detectable or absent in human trophoblast cells [43].
Despite these discrepancies, the cell populations in the mouse placenta are comparable
to those in the human placenta. Therefore, using a murine model can be a valuable tool
for studying placental development throughout pregnancy. This information can then
be used to make inferences about the development of placenta-induced diseases, such
as preeclampsia.

5.1. Extraembryonic Ectoderm, Ectoplacental Cone, and Chorion

During murine placental development, the extraembryonic ectoderm is one of the
earliest structures to form and house trophoblast stem cells. These stem cells differentiate
into cells of the ectoplacental cone or chorion, which form the junctional zone and labyrinth,
respectively. Trophoblast stem cells express several transcription factors, including Cdx2,
Eomes, Elf5, Essrb, and Id2 [55,135,136]. The chorion arises through the continued ex-
pression of Cdx2, Eomes, Essrb, Esx1, and Gcm1, with Gcm1 being a defining marker
of chorionic trophoblast stem cells and labyrinth trophoblasts, starting at E7.5 [137]. In
contrast, the differentiation of progenitor trophoblast cells in the ectoplacental cone is
marked by decreased expression of trophoblast stem cell markers and increased expression
of Mash2 (Ascl2) from E6.5 [138]. Additionally, cells of the ectoplacental cone express Dlx3
and Nr6a1, specifically at E7.5 [139], and secretin expression is localized in the ectoplacental
cone beginning at E6.5 [138]. Furthermore, many progenitor cells of the ectoplacental
cone express Tpbpα, which distinguishes them from those of the labyrinth layer [40]. Al-
though there are structural differences between the mouse and human placenta, the use of
a murine model can be beneficial in studying placental development and diseases, such as
preeclampsia, due to similarities in cell populations.

5.2. Spongiotrophoblast Cells

The spongiotrophoblast cells differentiate from the ectoplacental cone by losing Mash2
expression but retaining Tpbpα expression. Unlike the trophoblast giant cells that differ-
entiate from the ectoplacental cone, they do not express Hand1 [40]. These cells express
cytokeratin 8 and 18 (Krt8, Krt18), which are proteins expressed by almost all types of
trophoblast cells [139,140]. Trophoblast cells produce hormones called placental lactogens
(Pls) or prolactins (Prls). Prl5a1 is produced specifically by spongiotrophoblast cells from
E8.5 to 9.5, while Prl3c1, Prl3a1, Prl8a8, and Prl8a6 are produced specifically by spon-
giotrophoblast cells starting at E14.5 [141,142]. During pregnancy, spongiotrophoblasts also
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produce several other Prl genes, including Prl2b1, Prl2c5, Prl3b1, Prl7a1, Prl7a2, Prl7d1,
and Prl8a9 [142], although these genes are not specific to spongiotrophoblasts.

5.3. Glycogen Trophoblast Cells

Glycogen trophoblast cells emerge from spongiotrophoblast cells around E12.5 and
are predominantly located in the junctional zone. These cells play a significant role in the
production of IGF-2 during the second half of pregnancy. Tpbpα expression is maintained
in these cells, along with the expression of Cdkn1c [143]. Protocadherin12 (Pcdh12) is a
gene that is exclusively expressed in glycogen trophoblast cells [39]. Prl6a1, Prl2a1, Prl8a9,
Prl7b1, Prl7c1, and Prl7d1 are also expressed by these cells, although they are not specific
to them [142].

5.4. Trophoblast Giant Cells

The trophoblast giant cells arise from the ectoplacental cone upon the downregula-
tion of Mash2 and upregulation of Hand1 and Stra13 [40,144]. Additionally, spongiotro-
phoblasts can contribute to the trophoblast giant cell population. Four distinct subtypes of
trophoblast giant cells emerge after E9.5, including the parietal, spiral artery, canal, and
sinusoidal trophoblast giant cells, each with unique functions in placental development
and distinct locations within the organ [20].

The parietal trophoblast giant cells play a critical role in implantation and invade the
decidua. These cells express Hand1, a common marker for all trophoblast giant cell sub-
types. Interestingly, only about half of these cells express Tpbpα [38]. Prl3d1, also known
as Pl-I, is specifically produced by parietal trophoblast giant cells, while Prl2b1, Prl7a1, and
Prl3b1, also known as Pl-II, are produced by all trophoblast giant cell subtypes [142]. Prl4a1
is another prolactin gene predominantly expressed by parietal trophoblast giant cells, par-
ticularly before E12.5, and has been shown to modulate uterine natural killer cells, which
play an essential role in initiating maternal artery remodeling and decidualization [145].

The spiral artery trophoblast giant cells, arising from Tpbpα+ precursors, secrete
proteinases and vasodilators to regulate maternal spiral artery remodeling and blood flow
into the placenta. Similar to glycogen trophoblasts, Prl6a1 and Prl7b1 are expressed by
these giant cells [142]. Hand1 expression is the differentiating factor between these two cell
types. Additionally, spiral artery trophoblast giant cells express Prl7d1 and Plf (Prl2c2), an
angiogenic factor that stimulates cell migration [142].

The canal trophoblast giant cells are responsible for maternal vascular remodeling
within the labyrinth and line the central artery that shunts maternal blood to the base of
the labyrinth. About half of these cells arise from Tpbpα+ precursors, with Prl7b1 as the
most specific marker. These cells also express Prl3b1, which is absent from spiral artery
trophoblast giant cells. Like the other subtypes, canal trophoblast giant cells express Prl2c2
and Prl7d1 [142].

The trophoblast giant cells of the sinusoidal subtype have a unique function in the pla-
centa: to regulate the activity of hormones and growth factors and facilitate the transfer of
nutrients and oxygen between the mother and the fetus. These cells are located in the inter-
hemal membrane of the labyrinth and do not originate from Tpbpα precursors, suggesting
that they may have more similarities with chorion cells. The sinusoidal trophoblast giant
cells express Prl2b1, Prl3b1, and Prl7d1, but the most distinctive marker of this cell type is
Cathepsin Q (Ctsq), which is expressed from E11.5 to the end of gestation [38,142,146].

5.5. Syncytiotrophoblast Cells

The syncytiotrophoblast cells originate from the chorion during placental devel-
opment in mice. There are two layers of these cells in the mouse placenta, known as
syncytiotrophoblast-I and -II cells. These cells encounter fetal endothelial cells and play
a crucial role in nutrient transport. Although tightly adhered to each other through tight
junctions, these two cell layers differ in composition [137]. As syncytiotrophoblasts dif-
ferentiate, Gcm1 expression is observed in cells closer to the fetal capillaries rather than
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those near the maternal lacunae, indicating that syncytiotrophoblast-II cells retain this
expression [137]. Additionally, these cells express Cebpa and Synb starting from E8.5 [138].
In contrast, Syna expression is limited to syncytiotrophoblast-I cells and can be detected
at E8.5 [138]. Notably, mice with a mutation in Syna exhibit impaired formation of the
syncytiotrophoblast-I layer but retain the syncytiotrophoblast-II layer, highlighting its
specific role in the development of this cell type [147].

6. Conclusions

In recent years, significant progress has been made in understanding the development
and function of the placenta, particularly regarding trophoblast differentiation, which plays
a critical role in placentation. Tight regulation of these cellular processes is essential, as
aberrations can lead to poor maternal–fetal interface establishment, resulting in pregnancy
complications, such as preeclampsia and placental insufficiency. While much progress has
been made, knowledge gaps still exist. However, murine models offer valuable opportu-
nities for experimentation, as their placental function closely resembles that of humans.
Utilizing these models can provide insights into human placental development, especially
during the later stages of pregnancy when complications tend to arise. Furthermore, lever-
aging technologies like single-cell RNA sequencing can yield valuable information on the
molecular aspect of specific cell types and provide a better understanding of the tissue’s
composition. These efforts can have a significant impact on improving pregnancy outcomes
and maternal–fetal health.
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90. Brkić, J.; Dunk, C.; Shan, Y.; O’Brien, J.A.; Lye, P.; Qayyum, S.; Yang, P.; Matthews, S.G.; Lye, S.J.; Peng, C. Differential role of

Smad2 and Smad3 in the acquisition of an endovascular trophoblast-like phenotype and preeclampsia. Front. Endocrinol. 2020,
11, 436. [CrossRef] [PubMed]

91. Graham, C.H.; Lysiak, J.J.; McCrae, K.R.; Lala, P.K. Localization of transforming growth factor-β at the human fetal-maternal
interface: Role in trophoblast growth and differentiation. Biol. Reprod. 1992, 46, 561–572. [CrossRef] [PubMed]

92. Albers, R.E.; Selesniemi, K.; Natale, D.R.; Brown, T.L. TGF-β induces Smad2 phosphorylation, ARE induction, and trophoblast
differentiation. Int. J. Stem Cells 2018, 11, 111–120. [CrossRef]

93. Caniggia, I.; Lye, S.J.; Cross, J.C. Activin is a local regulator of human cytotrophoblast cell differentiation. Endocrinology 1997,
138, 3976–3986. [CrossRef]

94. Pathirage, N.A.; Cocquebert, M.; Sadovsky, Y.; Abumaree, M.; Manuelpillai, U.; Borg, A.; Keogh, R.J.; Brennecke, S.P.;
Evain-Brion, D.; Fournier, T. Homeobox gene transforming growth factor β-induced factor-1 (TGIF-1) is a regulator of vil-
lous trophoblast differentiation and its expression is increased in human idiopathic fetal growth restriction. Mol. Hum. Reprod.
2013, 19, 665–675. [CrossRef]

95. Ma, G.T.; Soloveva, V.; Tzeng, S.; Lowe, L.A.; Pfendler, K.C.; Iannaccone, P.M.; Kuehn, M.R.; Linzer, D.I. Nodal regulates
trophoblast differentiation and placental development. Dev. Biol. 2001, 236, 124–135. [CrossRef] [PubMed]

96. Sarkar, P.; Randall, S.M.; Collier, T.S.; Nero, A.; Russell, T.A.; Muddiman, D.C.; Rao, B.M. Activin/nodal signaling switches the
terminal fate of human embryonic stem cell-derived trophoblasts. J. Biol. Chem. 2015, 290, 8834–8848. [CrossRef]

97. Visser, A.; Beijer, M.; Oudejans, C.B.; van Dijk, M. The effect of maternal NODAL on STOX1 expression in extravillous trophoblasts
is mediated by IGF1. PLoS ONE 2018, 13, e0202190. [CrossRef]

98. Li, Y.; Klausen, C.; Zhu, H.; Leung, P.C. Activin A increases human trophoblast invasion by inducing SNAIL-mediated MMP2
up-regulation through ALK4. J. Clin. Endocrinol. Metab. 2015, 100, E1415–E1427. [CrossRef]

99. Nishi, H.; Nakada, T.; Hokamura, M.; Osakabe, Y.; Itokazu, O.; Huang, L.E.; Isaka, K. Hypoxia-inducible factor-1 transactivates
transforming growth factor-β3 in trophoblast. Endocrinology 2004, 145, 4113–4118. [CrossRef] [PubMed]

https://doi.org/10.1016/j.devcel.2006.01.002
https://www.ncbi.nlm.nih.gov/pubmed/16516835
https://doi.org/10.1128/MCB.01391-08
https://doi.org/10.1016/j.mce.2015.10.020
https://doi.org/10.1016/j.ydbio.2009.08.022
https://doi.org/10.1136/mp.54.5.311
https://www.ncbi.nlm.nih.gov/pubmed/11577173
https://doi.org/10.1128/MCB.00171-12
https://doi.org/10.1073/pnas.96.13.7324
https://www.ncbi.nlm.nih.gov/pubmed/8675597
https://doi.org/10.1210/mend.16.7.0878
https://www.ncbi.nlm.nih.gov/pubmed/12089343
https://doi.org/10.1016/j.ghir.2022.101479
https://www.ncbi.nlm.nih.gov/pubmed/35752133
https://doi.org/10.1186/1477-7827-8-102
https://doi.org/10.1016/j.devcel.2009.06.016
https://doi.org/10.1016/j.diff.2014.07.003
https://doi.org/10.1152/ajpcell.00035.2008
https://doi.org/10.1007/s00018-022-04285-3
https://doi.org/10.1101/cshperspect.a022053
https://www.ncbi.nlm.nih.gov/pubmed/27481709
https://doi.org/10.1093/biolre/ioz186
https://www.ncbi.nlm.nih.gov/pubmed/31566220
https://doi.org/10.1371/journal.pone.0141294
https://doi.org/10.3389/fendo.2020.00436
https://www.ncbi.nlm.nih.gov/pubmed/32733385
https://doi.org/10.1095/biolreprod46.4.561
https://www.ncbi.nlm.nih.gov/pubmed/1374270
https://doi.org/10.15283/ijsc17069
https://doi.org/10.1210/endo.138.9.5403
https://doi.org/10.1093/molehr/gat042
https://doi.org/10.1006/dbio.2001.0334
https://www.ncbi.nlm.nih.gov/pubmed/11456449
https://doi.org/10.1074/jbc.M114.620641
https://doi.org/10.1371/journal.pone.0202190
https://doi.org/10.1210/jc.2015-2134
https://doi.org/10.1210/en.2003-1639
https://www.ncbi.nlm.nih.gov/pubmed/15155569


Nutrients 2023, 15, 3564 20 of 21

100. Wakeland, A.K.; Soncin, F.; Moretto-Zita, M.; Chang, C.; Horii, M.; Pizzo, D.; Nelson, K.K.; Laurent, L.C.; Parast, M.M. Hypoxia
directs human extravillous trophoblast differentiation in a hypoxia-inducible factor–dependent manner. Am. J. Pathol. 2017,
187, 767–780. [CrossRef] [PubMed]

101. Cowden Dahl, K.D.; Fryer, B.H.; Mack, F.A.; Compernolle, V.; Maltepe, E.; Adelman, D.M.; Carmeliet, P.; Simon, M.C. Hypoxia-
inducible factors 1α and 2α regulate trophoblast differentiation. Mol. Cell. Biol. 2005, 25, 10479–10491. [CrossRef]

102. Caniggia, I.; Mostachfi, H.; Winter, J.; Gassmann, M.; Lye, S.J.; Kuliszewski, M.; Post, M. Hypoxia-inducible factor-1 mediates the
biological effects of oxygen on human trophoblast differentiation through TGFβ 3. J. Clin. Investig. 2000, 105, 577–587. [CrossRef]
[PubMed]

103. Chakraborty, D.; Rumi, M.K.; Soares, M. NK cells, hypoxia and trophoblast cell differentiation. Cell Cycle 2012, 11, 2427–2430.
[CrossRef] [PubMed]

104. Yan, J.; Tanaka, S.; Oda, M.; Makino, T.; Ohgane, J.; Shiota, K. Retinoic acid promotes differentiation of trophoblast stem cells to a
giant cell fate. Dev. Biol. 2001, 235, 422–432. [CrossRef] [PubMed]

105. Tarrade, A.; Schoonjans, K.; Guibourdenche, J.; Bidart, J.M.; Vidaud, M.; Auwerx, J.; Rochette-Egly, C.; Evain-Brion, D.
PPARγ/RXRα heterodimers are involved in human CGβ synthesis and human trophoblast differentiation. Endocrinology
2001, 142, 4504–4514. [CrossRef]

106. Wendling, O.; Chambon, P.; Mark, M. Retinoid X receptors are essential for early mouse development and placentogenesis. Proc.
Natl. Acad. Sci. USA 1999, 96, 547–551. [CrossRef] [PubMed]

107. Stephanou, A.; Sarlis, N.J.; Richards, R.; Handwerger, S. Expression of retinoic acid receptor subtypes and cellular retinoic acid
binding protein-II mRNAs during differentiation of human trophoblast cells. Biochem. Biophys. Res. Commun. 1994, 202, 772–780.
[CrossRef]

108. Norton, J.D.; Deed, R.W.; Craggs, G.; Sablitzky, F. Id helix—Loop—Helix proteins in cell growth and differentiation. Trends Cell
Biol. 1998, 8, 58–65.

109. Lu, X.; Deb, S.; Soares, M.J. Spontaneous differentiation of trophoblast cells along the spongiotrophoblast cell pathway: Expression
of members of the placental prolactin gene family and modulation by retinoic acid. Dev. Biol. 1994, 163, 86–97. [CrossRef]
[PubMed]

110. Lemberger, T.; Desvergne, B.; Wahli, W. Peroxisome proliferator-activated receptors: A nuclear receptor signaling pathway in
lipid physiology. Annu. Rev. Cell Dev. Biol. 1996, 12, 335–363. [CrossRef]

111. Schaiff, W.T.; Carlson, M.G.; Smith, S.D.; Levy, R.; Nelson, D.M.; Sadovsky, Y. Peroxisome proliferator-activated receptor-γ
modulates differentiation of human trophoblast in a ligand-specific manner. J. Clin. Endocrinol. Metab. 2000, 85, 3874–3881.
[CrossRef]

112. Tarrade, A.; Schoonjans, K.; Pavan, L.; Auwerx, J.; Rochette-Egly, C.; Evain-Brion, D.; Fournier, T. PPARγ/RXRα heterodimers
control human trophoblast invasion. J. Clin. Endocrinol. Metab. 2001, 86, 5017–5024. [CrossRef]

113. Kohan-Ghadr, H.; Kadam, L.; Jain, C.; Armant, D.R.; Drewlo, S. Potential role of epigenetic mechanisms in regulation of
trophoblast differentiation, migration, and invasion in the human placenta. Cell Adhes. Migr. 2016, 10, 126–135. [CrossRef]

114. Ng, R.K.; Dean, W.; Dawson, C.; Lucifero, D.; Madeja, Z.; Reik, W.; Hemberger, M. Epigenetic restriction of embryonic cell lineage
fate by methylation of Elf5. Nat. Cell Biol. 2008, 10, 1280–1290. [CrossRef]

115. Hattori, N.; Imao, Y.; Nishino, K.; Hattori, N.; Ohgane, J.; Yagi, S.; Tanaka, S.; Shiota, K. Epigenetic regulation of Nanog gene in
embryonic stem and trophoblast stem cells. Genes Cells 2007, 12, 387–396. [CrossRef]

116. Hattori, N.; Nishino, K.; Ko, Y.; Hattori, N.; Ohgane, J.; Tanaka, S.; Shiota, K. Epigenetic control of mouse Oct-4 gene expression in
embryonic stem cells and trophoblast stem cells. J. Biol. Chem. 2004, 279, 17063–17069. [CrossRef]

117. Murray, A.; Sienerth, A.R.; Hemberger, M. Plet1 is an epigenetically regulated cell surface protein that provides essential cues to
direct trophoblast stem cell differentiation. Sci. Rep. 2016, 6, 25112. [CrossRef]

118. Blond, J.; Lavillette, D.; Cheynet, V.; Bouton, O.; Oriol, G.; Chapel-Fernandes, S.; Mandrand, B.; Mallet, F.; Cosset, F. An envelope
glycoprotein of the human endogenous retrovirus HERV-W is expressed in the human placenta and fuses cells expressing the
type D mammalian retrovirus receptor. J. Virol. 2000, 74, 3321–3329. [CrossRef] [PubMed]

119. Ruebner, M.; Strissel, P.L.; Ekici, A.B.; Stiegler, E.; Dammer, U.; Goecke, T.W.; Faschingbauer, F.; Fahlbusch, F.B.; Beckmann, M.W.;
Strick, R. Reduced syncytin-1 expression levels in placental syndromes correlates with epigenetic hypermethylation of the
ERVW-1 promoter region. PLoS ONE 2013, 8, e56145. [CrossRef] [PubMed]

120. Kwak, Y.; Muralimanoharan, S.; Gogate, A.A.; Mendelson, C.R. Human trophoblast differentiation is associated with profound
gene regulatory and epigenetic changes. Endocrinology 2019, 160, 2189–2203. [CrossRef]

121. Rahnama, F.; Shafiei, F.; Gluckman, P.D.; Mitchell, M.D.; Lobie, P.E. Epigenetic regulation of human trophoblastic cell migration
and invasion. Endocrinology 2006, 147, 5275–5283. [CrossRef] [PubMed]

122. Chen, Y.; Wang, K.; Leach, R. 5-Aza-dC treatment induces mesenchymal-to-epithelial transition in 1st trimester trophoblast cell
line HTR8/SVneo. Biochem. Biophys. Res. Commun. 2013, 432, 116–122. [CrossRef]

123. Chiu, R.W.; Chim, S.S.; Wong, I.H.; Wong, C.S.; Lee, W.; To, K.F.; Tong, J.H.; Yuen, R.K.; Shum, A.S.; Chan, J.K. Hypermethylation
of RASSF1A in human and rhesus placentas. Am. J. Pathol. 2007, 170, 941–950. [CrossRef]

124. Novakovic, B.; Rakyan, V.; Ng, H.K.; Manuelpillai, U.; Dewi, C.; Wong, N.C.; Morley, R.; Down, T.; Beck, S.; Craig, J.M.; et al.
Specific tumour-associated methylation in normal human term placenta and first-trimester cytotrophoblasts. Mol. Hum. Reprod.
2008, 14, 547–554. [CrossRef] [PubMed]

https://doi.org/10.1016/j.ajpath.2016.11.018
https://www.ncbi.nlm.nih.gov/pubmed/28167044
https://doi.org/10.1128/MCB.25.23.10479-10491.2005
https://doi.org/10.1172/JCI8316
https://www.ncbi.nlm.nih.gov/pubmed/10712429
https://doi.org/10.4161/cc.20542
https://www.ncbi.nlm.nih.gov/pubmed/22659845
https://doi.org/10.1006/dbio.2001.0300
https://www.ncbi.nlm.nih.gov/pubmed/11437448
https://doi.org/10.1210/endo.142.10.8448
https://doi.org/10.1073/pnas.96.2.547
https://www.ncbi.nlm.nih.gov/pubmed/9892670
https://doi.org/10.1006/bbrc.1994.1997
https://doi.org/10.1006/dbio.1994.1125
https://www.ncbi.nlm.nih.gov/pubmed/8174790
https://doi.org/10.1146/annurev.cellbio.12.1.335
https://doi.org/10.1210/jc.85.10.3874
https://doi.org/10.1210/jcem.86.10.7924
https://doi.org/10.1080/19336918.2015.1098800
https://doi.org/10.1038/ncb1786
https://doi.org/10.1111/j.1365-2443.2007.01058.x
https://doi.org/10.1074/jbc.M309002200
https://doi.org/10.1038/srep25112
https://doi.org/10.1128/JVI.74.7.3321-3329.2000
https://www.ncbi.nlm.nih.gov/pubmed/10708449
https://doi.org/10.1371/journal.pone.0056145
https://www.ncbi.nlm.nih.gov/pubmed/23457515
https://doi.org/10.1210/en.2019-00144
https://doi.org/10.1210/en.2006-0288
https://www.ncbi.nlm.nih.gov/pubmed/16887905
https://doi.org/10.1016/j.bbrc.2013.01.075
https://doi.org/10.2353/ajpath.2007.060641
https://doi.org/10.1093/molehr/gan046
https://www.ncbi.nlm.nih.gov/pubmed/18708652


Nutrients 2023, 15, 3564 21 of 21

125. Guilleret, I.; Osterheld, M.; Braunschweig, R.; Gastineau, V.; Taillens, S.; Benhattar, J. Imprinting of tumor-suppressor genes in
human placenta. Epigenetics 2009, 4, 62–68. [CrossRef]

126. Chen, Y.; Wang, K.; Qian, C.; Leach, R. DNA methylation is associated with transcription of Snail and Slug genes. Biochem.
Biophys. Res. Commun. 2013, 430, 1083–1090. [CrossRef] [PubMed]

127. Gerlitz, G.; Bustin, M. Efficient cell migration requires global chromatin condensation. J. Cell Sci. 2010, 123, 2207–2217. [CrossRef]
128. Fu, Y.; Chin, L.K.; Bourouina, T.; Liu, A.Q.; VanDongen, A.M. Nuclear deformation during breast cancer cell transmigration. Lab

Chip 2012, 12, 3774–3778. [CrossRef]
129. Song, S.J.; Poliseno, L.; Song, M.S.; Ala, U.; Webster, K.; Ng, C.; Beringer, G.; Brikbak, N.J.; Yuan, X.; Cantley, L.C. MicroRNA-

antagonism regulates breast cancer stemness and metastasis via TET-family-dependent chromatin remodeling. Cell 2013,
154, 311–324. [CrossRef]
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