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Congenital diaphragmatic hernia (CDH) is a complex disease associated with pulmonary

hypoplasia and pulmonary hypertension. Great strides have been made in our ability

to care for CDH patients, specifically in the prenatal improvement of lung volume and

morphology with fetoscopic endoluminal tracheal occlusion (FETO). While the anatomic

effects of FETO have been described in-depth, the changes it induces at the cellular and

molecular level remain a budding area of CDH research. This review will delve into the

cellular and molecular effects of FETO in the developing lung, emphasize areas in which

further research may improve our understanding of CDH, and highlight opportunities to

optimize the FETO procedure for improved postnatal outcomes.

Keywords: congenital diaphragmatic hernia (CDH), tracheal occlusion (TO), FETO, pulmonary hypoplasia,
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INTRODUCTION

Congenital Diaphragmatic Hernia (CDH) is a congenital anomaly characterized by a
developmental diaphragmatic defect leading to herniation of abdominal contents into the thorax.
This anatomic defect results in compression of the developing lungs by the herniated organs,
leading to pulmonary hypoplasia and aberrations in pulmonary vascular development, which
clinically manifests as pulmonary hypertension (CDH-PH). Airway pathology in CDH consists
of decreased branching morphogenesis, which is associated with a reduced number of alveoli and
decreased airway compliance at birth that manifests as hypoxic respiratory failure postnatally (1, 2).
Morphological changes in the pulmonary arteries of patients with CDH include increased arterial
wall thickness and pathologic remodeling of the extracellular matrix (3, 4). Collectively, these
changes contribute to the increased pulmonary vascular resistance which is a critical component of
CDH-PH pathophysiology (5) and is variably responsive to traditional vasodilatory therapies (6).
Thus, the combination of immature airways and morphological changes in the pulmonary vessels
in infants with CDH result in decreased gas exchange and hypoxemic respiratory failure: the crux
of mortality in CDH.
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Morbidity and mortality in CDH are driven by reversible and
irreversible mechanisms that can limit the efficacy of postnatal
therapy. CDH-PH represents a reversible or treatable component
of the disease and is the target of most frontline vasodilatory
postnatal therapies in CDH (7). Lung hypoplasia, however, is an
irreversible or fixed component of the disease, and its prenatal
assessment is often used as a predictor of disease morbidity and
mortality (8). There are currently no well-described, postnatal
methods of increasing lung size in infants with CDH apart
from allowing the normal postnatal terminal differentiation of
lung parenchyma.

One strategy to address this specific component of CDH
lung maldevelopment is to occlude the trachea in the fetal
period, with a goal of increasing functional lung volume prior
to delivery in a procedure named Fetoscopic Endoluminal
Tracheal Occlusion (FETO) (9) (Figure 1). This innovative
treatment has been proven safe, and previous studies including
a recent randomized clinical trial, demonstrated that it was
effective in increasing functional lung volume and improving
postnatal PH outcomes for infants with more severe prenatal
markers of CDH (10–13). This work aims to describe the
cellular and molecular effects of FETO on the developing lungs
of CDH patients and provide clinicians with a fundamental
understanding of the effects of FETO. It begins with a brief
history of tracheal occlusion in CDH and discusses what is
known concerning the effects of tracheal occlusion on the fetal
pulmonary airways, pulmonary vasculature, and the pulmonary
cellular and molecular microenvironment. Additionally, this
literature review will aid researchers in identifying areas where
further research can increase our understanding of CDH and
leverage opportunities to optimize the FETO procedure for
improved postnatal outcomes.

FLUID PRESSURE IN PULMONARY
DEVELOPMENT AND THE INCEPTION OF
TRACHEAL OCCLUSION

Biomechanical forces on the fetal lung play an integral role
in fetal lung development and are dependent on fetal lung
fluid and fetal breathing movements (14, 15). Fetal lung fluid
is maintained in the lung by restricted egress at the larynx,
creating a relatively pressurized system that is necessary for
normal bronchial branching (16, 17). The transmural pressure
in this system does not remain constant, however. The system
experiences cyclic changes in pressure and fluid flow due
to peristaltic movements of smooth muscle surrounding the
airways, which, along with fetal breathing movements, propagate
pressure waves to the distal tips of the airways (18). This cellular
mechanotransduction pathway contributes to airway epithelial
tree growth (19, 20), alveolar cell differentiation (16), and thus,
surfactant production. As gestation progresses, this fluid leaves
the lung via the larynx and either enters the amniotic fluid or is
swallowed by the fetus (21, 22).

Defects in lung maturation occur when the fluid forces
of pulmonary development are disrupted. In conditions such
as congenital high airway obstruction syndrome, pulmonary

FIGURE 1 | Fetoscopic Endoluminal Tracheal Occlusion with balloon inflation.

hyperplasia is noted secondary to increased intrapulmonary
pressure (23). Conversely, pathologic conditions, such as
oligohydramnios or fetal neuromuscular diseases that interfere
with fetal breathing and decrease fetal lung distension, lead to
pulmonary hypoplasia (14, 24). Given the importance of prenatal
airway fluid pressure in proper lung development (14), a logical
theory emerged that iatrogenic tracheal occlusion would promote
lung growth in patients with CDH (25).

In utero tracheal occlusion and its effects on the developing
fetal lung have been examined in-depth as far back as 1948, when
Jost and Policard decapitated fetal rabbits in utero, leading to
tracheal occlusion, and found that alveoli were larger on histology
at delivery (26). In 1965, Carmel et al. further studied lung
development in the fetal rabbit (27); they found that lung weight
and volume increases following tracheal ligation, signifying that
the leporine lung produced its own fluid that aided in its growth,
independent of amniotic fluid entering the lung. Similarly, in
fetal lambs, tracheal ligation was found to increase both lung
volume and alveolar development as compared to lambs whose
airways were drained of fluid in utero (28). These same effects on
lung growth patterns were seen in human fetuses with tracheal
obstructions due to congenital laryngeal atresia and tracheal
agenesis (29). With postnatal lung hypoplasia being a major,
irreversible component ofmorbidity andmortality in CDH, these
findings stimulated further investigation into how occluding the
trachea could potentially augment lung development in CDH.

In 1993, Wilson et al. demonstrated that silk tie tracheal
ligation of fetal sheep status post fetal nephrectomy alleviated
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the expected pulmonary hypoplasia associated with fetal
nephrectomy, suggesting a potential application to fetuses with
CDH (30). They then went on to perform in utero tracheal
ligation in a CDH sheep model and found significantly increased
alveolar surface area, alveolar number, lung to body-weight
ratio, and lung compliance, when compared to the controls
without tracheal ligation (31). In 1994, Harrison and colleagues
also demonstrated that, in a fetal lamb model of CDH, in
utero ligation of the trachea led to growth of the previously
hypoplastic lungs, return of abdominal viscera to the abdomen,
and significantly increased postnatal oxygenation and ventilation
of lungs (32). Furthermore, they demonstrated that it was
possible to occlude the trachea in utero with positive outcomes
using a P.L.U.G. (Plug the Lung Until it Grows) method,
solidifying in utero tracheal occlusion as a promising therapy
for human fetuses with CDH. Two methods to occlude the
trachea were tested by the team: tracheal placement of a gelatin
encapsulated foam insert or external tracheal clips in a fetal lamb
model of CDHduring an open surgical procedure. Both groups of
fetuses displayed improvements in pulmonary function at birth
(33). The team later adapted their technique from P.L.U.G. to a
“Fetendo-PLUG” by endoscopically placing foam inserts into the
fetal lamb’s trachea with a bronchoscope and tracheal clips via
anterior neck incisions. These studies showed that it is possible
to successfully occlude the trachea internally and externally via
small incisions and endoscopy, without the need to make a large
incision in the uterus (34, 35).

Prior to the introduction of the PLUG technique, attempts
had been made to repair the anatomic defect in the diaphragm
in utero in human CDH patients. While in utero repair
had been proven technically feasible in patients without liver
herniation, these patients received no additional benefits to
their outcomes vs. patients receiving postnatal repair (36).
Furthermore, when repair was attempted in patients with liver
herniation, it led to high rates of prenatal death due to kinking
of the umbilical vein (37). By contrast, the PLUG procedures
relied on occlusion of the trachea, which could be completed
fetoscopically and did not involve surgical manipulation near
the umbilical cord. Based on promising preclinical evidence
in lamb models (34), the procedures were translated to initial
feasibility trials in human fetuses with CDH that were predicted
to have a poor prognosis based on the degree of liver herniation,
early diagnosis (before 25 weeks gestation), and low lung-to-
head ratio (LHR) (9). In a study of fetuses with left CDH
who had liver herniation and a low LHR, both the fetuses
and their mothers were found to have improved outcomes
following the Fetendo-PLUG procedures for temporary tracheal
occlusion as compared to open tracheal occlusion (9). In 2000,
a new method of fetoscopic endoluminal tracheal occlusion
(FETO) was introduced that involved balloon tracheal occlusion.
Testing in a fetal lamb model showed that the balloon was
able to occlude the trachea more accurately and cause less
tracheal damage, since balloon inflation could be tailored to
the trachea size (38). This method of occlusion has now
been trialed in humans and is routinely performed at high
volume centers in CDH patients with moderate to severe
lung hypoplasia (11, 12).

FIGURE 2 | Increase in observed-to-expected lung volume following prenatal

intervention with Fetoscopic Endoluminal Tracheal Occlusion.

CELLULAR AND MOLECULAR EFFECTS
OF TRACHEAL OCCLUSION

Pulmonary Airway System
Tracheal occlusion has been shown to increase lung dry
weight, airway branching morphogenesis, total air exchanging
parenchyma, and overall lung maturation (27, 39, 40).
Temporary tracheal occlusion in fetuses with CDH increases
the degree of lung parenchyma involved in gas exchange to
values comparable with non-CDH fetuses, as shown in a fetal
lamb model (40). Following FETO intervention in human CDH
patients, an increase in the observed-to-expected fetal lung size
can be seen as early as 1 week, and lung hypoplasia is attenuated
at birth (33) (Figure 2).

In a 1996 study by Glick et al., researchers performed
tracheal ligation in a lamb model of CDH (41). From 110
days gestation until term, surfactant production by alveolar
type II pneumocytes initially decreased after tracheal ligation.
Lung volume and gas exchange increased in the ligated group
vs. controls; however, surfactant presence, measured by rate
of tritiated choline incorporation into phosphatidylcholine, was
lower. The authors hypothesized that this was due to improper
type II alveolar pneumocyte maturation because of the lack of
rhythmic stretch from fetal respiration with tracheal occlusion.
Prior studies showed that cyclic strain applied to pulmonary
type II alveolar epithelial cells increased surfactant phospholipid
synthesis in vitro (42) and lack of fetal breathing movements
in fetal lambs inhibited type II alveolar pneumocyte maturation
(43). It was shown that abolition of fetal respiratory movements
by transection of phrenic nerves, coupled with the increased
fluid in the lungs, caused overstretching of type II alveolar
pneumocytes and dysfunctional surfactant production. This led
to consideration of a graded tracheal occlusion device with a
“pop-off valve” that could then restore tracheal continuity (41).
Other studies have examined timing of tracheal occlusion and
the benefits of temporary occlusion vs. long-term occlusion in
lamb and rabbit models. These studies found that occlusion
for longer periods of time and at points earlier in gestation
led to lung growth but also pulmonary overstretching, which
significantly limited type II alveolar pneumocyte function and
contributed to their depletion (40, 44–46). Studies continue to
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show that tracheal occlusion restores type I alveolar pneumocyte
differentiation but that pulmonary overstretching may adversely
affect surfactant production in type II alveolar pneumocytes (47).

Papadakis et al. explored the idea that prolonged tracheal
obstruction in a fetal lamb CDH model led to both lung
growth, decline type II pneumocytes population, and surfactant
deficiency. They compared fetal lamb CDHmodels with tracheal
ligation to those with temporary occlusion at 108 days gestation.
In the temporary occlusion model, the occlusion was removed
after 14 days. They found that the lambs with temporary tracheal
occlusion had a larger total parenchymal lung volume than CDH
lambs with no occlusion. In fact, the lung volumes for these
treated CDH lambs approached the volume of control lungs,
although they remained smaller on average. This study, along
with fetal sheep studies by other groups demonstrated significant
increases in lung weight and volume following temporary
occlusion (40, 48, 49). Taken together the aforementioned studies
provided the rationale for temporary tracheal occlusion, as it is
effective in increasing the total lung volume, but also diminishes
negative effects prolonged tracheal occlusion has on surfactant
production by type II pneumocytes.

In addition to the discovery of unintended consequences
of long-term occlusion, there has also been intense discussion
around when occlusion should be performed. A study by Liao
and colleagues explored the question of whether lung growth
is affected by the gestational timing of tracheal occlusion. They
demonstrated that fetal lambs that underwent tracheal occlusion
around 122 days, rather than the usual 108 days, underwent a
period of rapid lung growth after occlusion. Ultimately, though,
the authors failed to detect a difference in lung size between
the 108-day group and the 122-day (late occlusion) group by
the end of gestation. However, they did measure a greater
air-space fraction and improved preservation of the type II
alveolar pneumocyte population in the late occlusion group
(46), suggesting that occlusion later in gestation may be more
beneficial than long-term occlusion. Subsequently, these findings
have been reproduced in a rabbit model of CDH (45) and
validated in humans, where FETO has been shown to increase
total fetal lung volumes, with lung growth in the first week after
FETO being a positive predictor of improved postnatal outcomes
(50, 51). We now know that tracheal occlusion better affects
lung growth during the canalicular stage of lung development
(16–26 weeks gestation in humans), more so than the saccular
stage (24 weeks to term gestation in humans), as gestational
age at the time of tracheal occlusion has been demonstrated
to be an independent predictor of fetal lung volume (52, 53)
(Figure 3). Thus, negative effects on type II alveolar pneumocytes
are attenuated when tracheal occlusion is done later in gestation
and when there is an in utero interval between cessation of
occlusion and birth (46).

Both the disease (CDH) and the intervention (FETO) affect
the function of type II alveolar pneumocytes, and production
of surfactant by type II alveolar epithelial cells is a key factor
mediating the outcomes in CDH. However, the question of
whether the developing CDH lungs are surfactant deficient
or rather contain proportionate amount of surfactant for the
lung volume has been an area of controversy. It is known

that surfactant level is a metric of fetal lung maturity (54,
55) and that its production is regulated by neuroendocrine
factors (56). Surfactant is composed of 90% lipids and
phospholipids, especially phosphatidylcholine, which dominates
the lipid fraction of surfactant (57). Surfactant deficiency was
initially thought to be a major contributor to the poor outcomes
in CDH, given the low amount of phospholipids present in
amniotic and tracheal fluid. In their 1992 study, Glick et al.
found that total phospholipids and percent phosphatidylcholine
were reduced in lavage samples of fetal lung tracheal fluid
obtained from lambs with experimental CDH, suggesting a
reduced amount of surfactant was produced (58). However, in
1994, Sullivan et al. studied human amniotic fluid samples and
found no difference in the lecithin to sphingomyelin ratio or
phosphatidylglycerol levels in CDH vs. control samples (59).
This suggested that there was no quantitative decrease in the
amount of surfactant in fetuses with CDH and that the perceived
surfactant decrease in CDH lungs was the result of normal
surfactant production but in a hypoplastic lung. However, these
normal findings were questioned due to the methods employed.
One critique suggested that the pooled amniotic fluid samples
collected included contents of both lungs and that surfactant
production by the more mature contralateral lung may mask the
immature ipsilateral lung.

To address this question more definitively, others went on
to investigate surfactant production in human CDH fetuses
and CDH lamb models. They found that concentrations of
disaturated phosphatidylcholine and surfactant proteins were
similar, with both components exhibiting a similar pattern of
increase throughout gestation in human fetuses with CDH and in
control fetuses with non-pulmonary diseases (60). Keratinocyte
growth factor (KGF) and neuregulin, two glucocorticoid-
regulated mediators of lung epithelial cell maturation, were also
measured. KGF decreased with time in controls but remained
unchanged in CDH human fetuses, while neuregulin increased
late in pregnancy in both CDH human fetuses and controls.
These results contrasted with results obtained from a lambmodel
of CDH, where levels of both KGF and neuregulin were lower
in CDH lambs than controls. However, treating the lamb model
with FETO partially restored KGF expression and fully restored
neuregulin expression (61). Thus, in human CDH patients and
in a FETO-treated lamb CDHmodel, the lung maturation factors
did not show a distinct downward trend, supporting the notion
that CDH lungs are not deficient in maturation factors that
would promote surfactant production and are thus not surfactant
deficient. Mimmi et al. went on to examine the effect of FETO
on surfactant production in the fetal CDH lamb model. They
found that while CDH induction decreased phosphatidylcholine
levels compared to healthy lambs, temporary tracheal occlusion
returned expression to a physiologic level (62).

Overall, the evidence for surfactant deficiency in CDH is
not overwhelming, and surfactant continues to be used as a
therapy for CDH patients with ventilator dependence in some
institutions. Altered surfactant production profile may play a role
in humans with CDH, but overall production is not decreased
when compared to age-matched controls without CDH and
surfactant production in the hypoplastic lung of a CDH fetus
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FIGURE 3 | Stages of fetal lung development.

increases at a similar rate to the lungs of normal fetuses (61).
Temporary tracheal occlusion has been shown to positively
impact the expression of key factors in lung maturation in the
fetal lambCDHmodel. Further studies are needed to characterize
the effect of FETO on type II pneumocytes, surfactant levels, and
the expression of molecular factors involved in lung maturation
in the human fetus with CDH.

Pulmonary Vasculature
Physiologic Effects of FETO on the Pulmonary

Vasculature
The development of a normal lung parenchyma and pulmonary
vasculature are tightly linked. As such, the perturbations seen
in lung development in infants with CDH are known to cause
associated abnormalities in pulmonary vascular development.
Hallmarks of pulmonary vascular maldevelopment in CDH
include a hypoplastic vascular bed that often demonstrates
inadequate response to pulmonary vasodilators (63, 64). In rabbit
models of CDH, tracheal occlusion is associated with increased
lung perfusion as measured by fractional moving blood volume
(FMBV) and pulsatility index (65, 66). These features have been
validated in humans with CDH, where FETOwas associated with
a 30% increase in FMBV, which the authors also put forward as
an additional prognostic indicator in humans with CDH (67).
This trend has also been noted clinically in human subjects,
as FETO patients have lower resistance at the first branch of
the pulmonary arteries than their untreated counterparts (68).
Furthermore, neonates with moderate CDH that have undergone
FETO have a higher likelihood of resolution of PH by discharge
than those that did not undergo FETO (13). In human patients
with severe CDH, FETO leads to a significantly higher rate of
resolution of PH by 1 year after birth than in infants who did not
undergo FETO (69). These results suggest that tracheal occlusion

alters pulmonary vessels to create improvements in gas exchange
and perfusion.

In human CDH-PH, extensive muscularization of pulmonary
vessels is evident as early as 19 weeks of gestation, and contractile
pulmonary vascular smooth muscle cells are more abundant
earlier in gestation in patients with CDH than in controls (70). In
rat, rabbit, and lamb models of CDH that underwent temporary
in utero tracheal occlusion, the thickness of the pulmonary artery
medial layer was significantly reduced, with values comparable to
or less than those that did not undergo tracheal occlusion (31, 66,
71, 72). Pulmonary artery adventitial thickness was also reduced
with tracheal occlusion in a rat model of CDH (73, 74). However,
these findings were not reproducible in humans according to
Danzer et al., who found that open prenatal tracheal occlusion
did not change the medial thickening in pulmonary arteries
<140µm (75). However, these parameters were measured in
patients that received tracheal occlusion without release, thus
there is a need for new studies to examine these changes in the
context of temporary tracheal occlusion.

Molecular Effects of FETO on Pulmonary Vasculature
Nitric oxide is thought to be the primary endothelial vasodilator
in the pulmonary vasculature and is produced by three isoforms
of nitric oxide synthase (NOS): neuronal NOS, inducible NOS
(iNOS), and endothelial NOS (eNOS) (76). iNOS expression
is increased in the lungs of the nitrofen-induced rat model of
CDH compared to wild type, but once treated with ventilation
or in utero indefinite tracheal occlusion, lung expression of iNOS
decreases (74). Studies examining expression of iNOS have not
been performed with temporary tracheal occlusion. Similar to
iNOS, eNOS expression is known to be higher in the nitrofen
rat CDH model than controls (77) and decreases with tracheal
occlusion. Furthermore, eNOS could play a role in regulating
the production of vascular endothelial growth factor (VEGF),
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which is known be increased in rat models of CDH that undergo
tracheal occlusion (78, 79).

VEGF is an angiogenic factor secreted by type II pneumocytes
that induces endothelial cell growth, proliferation, and
angiogenesis in the lungs. VEGF is significantly lower in
nitrofen rat models of CDH than in controls (79), an effect that
can be rescued by tracheal occlusion as evidenced by increases
in expression of VEGF-A mRNA and VEGF-A protein. Tracheal
occlusion was also found to accelerate the maturation patterns
of VEGF-A mRNA expression that are present in normal fetuses
(80). Expression of VEGF-A mRNA in pulmonary vascular
smooth muscle cells is known to be increased by cyclic stretch of
the lungs (80, 81), thus it is thought that distention of the lungs
caused by tracheal occlusion leads to this increased expression
of VEGF-A (80). The previously stated studies, however, did not
examine VEGF expression in temporary tracheal occlusion, such
as the FETO procedure in humans. Further studies examining
VEGF levels in animal models or infants with CDH that have
undergone temporary tracheal occlusion will further delineate
the role of VEGF-A in CDH.

In direct opposition to the vasodilatory effects of NOS,
endothelin is a peptide that triggers vasoconstriction in vascular
endothelial cells (82). Endothelin and endothelin receptor
protein levels are lower in CDH lamb models that did not
undergo tracheal occlusion than those that underwent tracheal
occlusion. Still, endothelin protein expression is decreased in
CDH with or without tracheal occlusion compared to normal
controls, although expression of its receptor is increased in CDH
with or without tracheal occlusion compared to normal controls
(83). This demonstrates that while the endothelin system plays
a role in PH, its role in mediating PH via tracheal occlusion
is limited. Further research is needed regarding the role of
endothelin in PH and, thus, its potential as a therapeutic target
for interventions in the management of CDH-PH.

EXTRACELLULAR VESICLES AND MIRNA
IN CDH

More recently, extracellular vesicles (EVs) and their micro-RNA
(miRNA) content in amniotic fluid and tracheal aspirates have
been studied for their potential prognostic value in CDH. They
have been identified for both positive and negative effects on the
developing lung, and further study may yield advancements in
lung disease and pulmonary hypertension therapeutics (84–86).
While FETO has been shown to improve lung growth, proteomic
analysis of amniotic and tracheal fluid following FETO have also
shown that FETO substantially alters the lung at the cellular level
(87) in ways that are still being elucidated. The discussion below
explores recent studies on the role of miRNAs in CDH and FETO
that may have relevance for future diagnostics and therapeutics.

One such study displayed that, while mir-200 expression is
increased in CDH patients in comparison to healthy controls,
the miR-200 family of miRNAs are enriched in amniotic fluid at
the time of FETO balloon removal in CDH survivors compared
to non-survivors and enriched in tracheal fluid of CDH patients
that exhibited significantly lung volume increase with FETO

compared to those who did not respond to FETO. Downstream
effects of TGF- β induced signaling pathways are initiated via
SMAD phosphorylation, and the TGF- β signaling transduction
pathway has been identified as a major target of the mir-200
family (88, 89). In the absence of exogenous TGF- β, human
bronchial epithelial cells were found to exhibit low SMAD-
dependent gene expression, despite addition of mir-200bmimics.
However, inhibition of mir-200b significantly increased SMAD-
induced gene expression, suggesting that steady-state levels of
mir-200b may play a role in basal TGF- β-induced signaling
(90). This understanding of the role of the mir-200 family in
TGF- β induced signaling, along with previous studies showing
that TGF- β enhances mir-200b expression as part of a negative
feedback loop (91), is increased by FETO in the hypoplastic lungs
of CDH animal models (92), andmay be increased bymechanical
stretch of diseased lungs (93–95), gives further insight into the
cellular and molecular effects of FETO. The increase of mir-200
seen at FETO release may be both due to the baseline increased
expression of TGF- β in the hypoplastic lung and the increased of
TGF- β secondary the mechanical stretch that FETO induces.

Other studies, however, have shown that increased
intrapulmonary release of miRNA-rich, endothelial-derived
microvesicles in response to chemical and mechanical lung
injuries trigger alveolar macrophage-regulated inflammatory
responses and cytokine release (96–98). Studies of human infants
with CDH found that extracellular vesicle concentrations were
higher in infants who underwent temporary tracheal occlusion
and died postnatally, than in survivors (99). Interestingly, when
the fetal amniotic and tracheal fluid of non-survivors were
examined, a different profile was observed before and after the
FETO procedure. Namely, mir-379-5p and mir-889-3p were
both over-expressed in pre-FETO amniotic fluid, but mir-223-3p
and mir-503-5p were over-expressed in the tracheal fluid at
the time of FETO reversal, suggesting that these markers may
indicate either disease progression or amelioration, respectively,
depending on their balance in tracheal aspirates or amniotic
fluid (99).

Both mir-223-3p and mir-503-5p were overexpressed in
tracheal aspirates at FETO reversal in CDH FETO survivors,
when compared to non-survivors. Thus, it is possible that these
miRNAs are responsible for mediating or among the players
involved in the regulation pathways that induce the overall
positive effects of FETO on CDH outcomes, such as pulmonary
hypertension (99). Supporting this notion, a study in a rat
model of PH showed that increased expression of mir-223-
3p was associated with reduced proliferation of pulmonary
arterial smooth muscle cells and improved cardiovascular
parameters (100). Mir-223-3p has also been shown to alleviate
the progression of PH by suppressing expression of integrin β3
gene, a gene known to promote PH via aberrant pulmonary
arterial smooth muscle cell proliferation when upregulated
(100). Similarly, mir-503-5p was downregulated in rat models
with PH (101), yet was overexpressed in fluid aspirates
obtained in utero following FETO. Mir-503 is a key miRNA
regulated by the apelin gene and downregulates the fibroblast
growth factor-2 and fibroblast growth factor receptor-1
components of the endothelial fibroblast growth factor signaling
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network. Overexpression of mir-503-5p was shown to decrease
proliferation of normal pulmonary artery endothelial cells
(PAECs) and PH PAECs. Thus, FETO appears to upregulate
miRNA networks that are associated with improved pulmonary
arterial morphology and could be hypothesized to lead to
improved outcomes in CDH. However, much work is needed
to define both the roles of these networks, their specific roles in
CDH-PH and FETO, and how the balance of their expression
may be optimized to improve CDH outcomes.

Conversely, overexpression of mir-379-5p at FETO reversal
promotes seemingly undesirable pathways in the developing
lung. Mir-379-5p has been shown to directly target the 3’UTR
region of the insulin-like growth factor 1 (IGF-1) gene, causing
an inverse correlation between miR-379 and IGF-1 expression at
both the mRNA and protein levels (102). IGF is an endocrine
hormone that regulates cell proliferation and differentiation
and mediates vasculogenesis in human lung development (103–
105). As mir-379-5p increases, IGF-1 expression is decreased,
theoretically decreasing the availability of IGF to promote
cell proliferation, differentiation, and vasculogenesis. In this
pathway, mir-379-5p overexpression at FETO reversal appears
to be counterproductive to organized lung growth, however,
this pathway is a relatively small portion of the larger picture
of increased lung growth and improved post-natal outcomes
observed with FETO intervention. Further study of the effect of
FETO on mir-379-5p expression and pulmonary development
pathways will help us better understand its role in fetal lung
development. Besides the aformention miRNA targets, many
other differentially expressed miRNAs and genes have been
identified via transcriptome analysis in human CDH and a rabbit
model of CDH (87, 106–108), some of which appear to serve a
role in mediating the effects of FETO on the developing lung.

A step further from understanding the expression of
microRNA following FETO, Zani and colleagues have gone
on to understand the effect the addition of amniotic fluid

derived stem cell extracellular vesicles (AFSC-EVs) to hypoplastic
lungs. They found that, in the nitrofen rat model of CDH,
addition of AFSC-EVs to fetal hypoplastic lungs rescues
fetal lung underdevelopment by increasing the number of
alveoli, decreasing the alveolar wall thickness, and promoting
alveolar lipofibroblast maturation in nitrofen rat CDH models
(109). Others have found that extracellular vesicles influence
extracellular matrix remodeling in the pulmonary vasculature
(110), and attenuate pulmonary endothelial cell PAE dysfunction
(111) in the nitrofen rat model. Aside from FETO, there are
currently no other evidence-based therapies for the in utero
alleviation of pulmonary hypoplasia, pulmonary hypertension
and their sequelae. This new knowledge, in addition to further
understanding and characterization of the specific miRNA cargo
of these extracellular vesicles, may lead to advancements in our
prognostic abilities concerning outcomes in CDH and provides
an opportunity to identify potential targets or deliverables for
therapy as an evidence-based adjunct to FETO in the care of the
CDH fetus.

SUMMARY

In summary, tracheal occlusion promotes lung growth and
alveolarization in the hypoplastic and underdeveloped CDH
lungs. However, studies have shown that temporary tracheal
occlusion, as in FETO, is superior to indefinite tracheal occlusion.
Temporary occlusion provides all the positive benefits of
decreased pulmonary vascular thickness, decreased PH severity,
and increased gas exchange while minimizing deleterious effects
on type II alveolar pneumocytes.

Further studies have shown that nitric oxide, VEGF,
endothelin, neuregulin, and KGF mediate changes in pulmonary
cellular and vascular development in the context of tracheal
occlusion in CDH. Unfortunately, many of the studies discussed
here were done in the setting of indefinite tracheal occlusion, thus

FIGURE 4 | The cellular and molecular factors affecting pulmonary changes in fetoscopic endoluminal tracheal occlusion for CDH patients.
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additional studies in human and animal models are warranted
to evaluate these factors before and following temporary
tracheal occlusion. Such studies will give insight into the
specific biological pathways involved in lung development that
are perturbed by tracheal occlusion and possibly reveal new
therapeutic targets to improve the efficacy of FETO. Novel
research in extracellular vesicles and miRNA has also shown
that tracheal occlusion regulates miRNA in the developing fetus,
which can link differential gene expression to known factors
mediating pulmonary development in CDH (Figure 4).

The introduction of FETO now allows clinicians to make
inroads toward treating the previously irreversible aspect of
CDH: lung hypoplasia. Surgeons continue to optimize FETO by
developing new surgical techniques and devices that improve
outcomes. One recent example is the development of a smart
tracheal occlusion device that not only autoregulates lung fluid
egression to optimize lung growth, but also eliminates the need
for a second fetoscopic procedure to deflate the balloon (112).
In the same vein, another group has developed a degradable
hydrogel for tracheal occlusion that would also obviate the need
for a second surgery (113).

However, much more research is needed to improve
pulmonary hypertension—the reversible aspect of CDH.
Understanding the cellular and molecular factors stimulated by
FETO, specifically its effects on pulmonary vessel remodeling and
gas exchange, may help us understand the biological pathways

that can be targeted to reduce the morbidity and mortality of
CDH- PH.

AUTHOR CONTRIBUTIONS

OOO and SGK conceptualized the manuscript content. OOO
performed the literature review, drafted the manuscript, and
reviewed the final version. OOO, WDS, JG, JH, MAB, TCL, AK,
LJ, JE, KL, JPG, and SGK reviewed and edited the manuscript
and approved the final product. All authors approved the
final submission.

FUNDING

This research was supported by the National Institutes of
Health (T32HL139430 to OOO, R01HL144775 and R01146395
to KL, R01HL133163 to JPG, and R01HL140305 to SGK), and a
Moorman Family gift to SGK.

ACKNOWLEDGMENTS

The authors would like to acknowledge editorial support from
Monica Fahrenholtz, Ph.D., Hector Martinez-Valdez, M.D.,
Ph.D., and the Texas Children’s Hospital Office of Surgical
Research Administration.

REFERENCES

1. Wilcox DT, Irish MS, Holm BA, Glick PL. Pulmonary parenchymal

abnormalities in congenital diaphragmatic hernia. Clin Perinatol. (1996)

23:771–9. doi: 10.1016/S0095-5108(18)30208-2

2. Nose K, Kamata S, Sawai T, Tazuke Y, Usui N, Kawahara H, et al. Airway

anomalies in patients with congenital diaphragmatic hernia. J Pediatr Surg.

(2000) 35:1562–5. doi: 10.1053/jpsu.2000.18310

3. Masumoto K, de Rooij JD, Suita S, Rottier R, Tibboel D, de Krijger

RR. The distribution of matrix metalloproteinases and tissue inhibitors

of metalloproteinases in the lungs of congenital diaphragmatic

hernia patients and age-matched controls. Histopathology. (2006)

48:588–95. doi: 10.1111/j.1365-2559.2006.02379.x

4. Shehata SM, Tibboel D, Sharma HS, Mooi WJ.

Impaired structural remodelling of pulmonary arteries

in newborns with congenital diaphragmatic hernia: a

histological study of 29 cases. J Pathol. (1999) 189:112–

8. doi: 10.1002/(SICI)1096-9896(199909)189:1<112::AID-PATH395>3.0.

CO;2-8

5. ZussmanME, BagbyM, BensonDW,Gupta R, Hirsch R. Pulmonary vascular

resistance in repaired congenital diaphragmatic hernia vs. age-matched

controls. Pediatr Res. (2012) 71:697–700. doi: 10.1038/pr.2012.16

6. Mous DS. Buscop-van Kempen MJ, Wijnen RMH, Tibboel

D, Rottier RJ. Changes in vasoactive pathways in congenital

diaphragmatic hernia associated pulmonary hypertension explain

unresponsiveness to pharmacotherapy. Respir Res. (2017)

18:187. doi: 10.1186/s12931-017-0670-2

7. Seabrook RB, Grover TR, Rintoul N, Weems M, Keene S, Brozanski B, et

al. Treatment of pulmonary hypertension during initial hospitalization in a

multicenter cohort of infants with congenital diaphragmatic hernia (CDH).

J Perinatol. (2021) 41:803–13. doi: 10.1038/s41372-021-00923-z

8. Zamora IJ, Olutoye OO, Cass DL, Fallon SC, Lazar DA, Cassady CI, et

al. Prenatal MRI fetal lung volumes and percent liver herniation predict

pulmonary morbidity in congenital diaphragmatic hernia (CDH). J Pediatr

Surg. (2014) 49:688–93. doi: 10.1016/j.jpedsurg.2014.02.048

9. Harrison MR, Mychaliska GB, Albanese CT, Jennings RW, Farrell JA,

Hawgood S, et al. Correction of congenital diaphragmatic hernia in utero IX:

fetuses with poor prognosis (liver herniation and low lung-to-head ratio) can

be saved by fetoscopic temporary tracheal occlusion. J Pediatr Surg. (1998)

33:1017–22; discussion 22–3. doi: 10.1016/S0022-3468(98)90524-3

10. Van Calster B, Benachi A, Nicolaides KH, Gratacos E, Berg C, Persico

N, et al. The randomized Tracheal Occlusion To Accelerate Lung growth

(TOTAL)-trials on fetal surgery for congenital diaphragmatic hernia:

reanalysis using pooled data. Am J Obstet Gynecol. (2021). 226:560.e1–

24. doi: 10.1016/j.ajog.2021.11.1351

11. Deprest JA, Benachi A, Gratacos E, Nicolaides KH, Berg C, Persico N, et al.

Randomized trial of fetal surgery for moderate left diaphragmatic hernia. N

Engl J Med. (2021) 385:119–29. doi: 10.1056/NEJMoa2026983

12. Deprest JA, Nicolaides KH, Benachi A, Gratacos E, Ryan G, Persico N, et al.

Randomized trial of fetal surgery for severe left diaphragmatic hernia.N Engl

J Med. (2021) 385:107–18. doi: 10.1056/NEJMoa2027030

13. Donepudi R, Belfort MA, Shamshirsaz AA, Lee TC, Keswani SG, King A,

et al. Fetal endoscopic tracheal occlusion and pulmonary hypertension in

moderate congenital diaphragmatic hernia. J Matern Fetal Neonatal Med.

(2021). doi: 10.1080/14767058.2021.1932806. [Epub ahead of print].

14. Nelson CM, Gleghorn JP. Sculpting organs: mechanical

regulation of tissue development. Annu Rev Biomed Eng. (2012)

14:129–54. doi: 10.1146/annurev-bioeng-071811-150043

15. Harding R, Hooper SB. Regulation of lung expansion and lung growth before

birth. J Appl Physiol. (1996) 81:209–24. doi: 10.1152/jappl.1996.81.1.209

16. Olver RE, Walters DV, S MW. Developmental regulation

of lung liquid transport. Annu Rev Physiol. (2004) 66:77–

101. doi: 10.1146/annurev.physiol.66.071702.145229

17. Harding R, Bocking AD, Sigger JN. Upper airway resistances in fetal

sheep: the influence of breathing activity. J Appl Physiol. (1986) 60:160–

5. doi: 10.1152/jappl.1986.60.1.160

Frontiers in Pediatrics | www.frontiersin.org 8 July 2022 | Volume 10 | Article 925106

https://doi.org/10.1016/S0095-5108(18)30208-2
https://doi.org/10.1053/jpsu.2000.18310
https://doi.org/10.1111/j.1365-2559.2006.02379.x
https://doi.org/10.1002/(SICI)1096-9896(199909)189:1$<$112::AID-PATH395$>$3.0.CO;2-8
https://doi.org/10.1038/pr.2012.16
https://doi.org/10.1186/s12931-017-0670-2
https://doi.org/10.1038/s41372-021-00923-z
https://doi.org/10.1016/j.jpedsurg.2014.02.048
https://doi.org/10.1016/S0022-3468(98)90524-3
https://doi.org/10.1016/j.ajog.2021.11.1351
https://doi.org/10.1056/NEJMoa2026983
https://doi.org/10.1056/NEJMoa2027030
https://doi.org/10.1080/14767058.2021.1932806
https://doi.org/10.1146/annurev-bioeng-071811-150043
https://doi.org/10.1152/jappl.1996.81.1.209
https://doi.org/10.1146/annurev.physiol.66.071702.145229
https://doi.org/10.1152/jappl.1986.60.1.160
https://www.frontiersin.org/journals/pediatrics
https://www.frontiersin.org
https://www.frontiersin.org/journals/pediatrics#articles


Olutoye II et al. Effects of FETO on CDH

18. Schittny JC, Miserocchi G, Sparrow MP. Spontaneous peristaltic airway

contractions propel lung liquid through the bronchial tree of intact

and fetal lung explants. Am J Respir Cell Mol Biol. (2000) 23:11–

8. doi: 10.1165/ajrcmb.23.1.3926

19. Jesudason EC, Smith NP, Connell MG, Spiller DG, White MR, Fernig DG,

et al. Peristalsis of airway smooth muscle is developmentally regulated and

uncoupled fromhypoplastic lung growth.Am J Physiol Lung CellMol Physiol.

(2006) 291:L559–65. doi: 10.1152/ajplung.00498.2005

20. Fewell JE, Johnson P. Upper airway dynamics during breathing

and during apnoea in fetal lambs. J Physiol. (1983) 339:495–

504. doi: 10.1113/jphysiol.1983.sp014729

21. Gilbert RM, Morgan JT, Marcin ES, Gleghorn JP. Fluid mechanics as a driver

of tissue-scale mechanical signaling in organogenesis. Curr Pathobiol Rep.

(2016) 4:199–208. doi: 10.1007/s40139-016-0117-3

22. Kitterman JA. Physiological factors in fetal lung growth. Can J Physiol

Pharmacol. (1988) 66:1122–8. doi: 10.1139/y88-184

23. Mong A, Johnson AM, Kramer SS, Coleman BG, Hedrick HL, Kreiger

P, et al. Congenital high airway obstruction syndrome: MR/US findings,

effect on management, and outcome. Pediatr Radiol. (2008) 38:1171–

9. doi: 10.1007/s00247-008-0962-2

24. Stanton AE, Goodwin K, Sundarakrishnan A, Jaslove JM, Gleghorn

JP, Pavlovich AL, et al. Negative transpulmonary pressure disrupts

airway morphogenesis by suppressing Fgf10. Front Cell Dev Biol. (2021)

9:725785. doi: 10.3389/fcell.2021.725785

25. Harrison MR, Jester JA, Ross NA. Correction of congenital diaphragmatic

hernia in utero. I. The model: intrathoracic balloon produces fatal

pulmonary hypoplasia. Surgery. (1980) 88:174–82.

26. Jost A, Policard A. Contribution experimentale a l’etude du development

prenatal du poumon chez le lapin. Arch. Anat. Microsc. (1948) 37, 323–32.

27. Carmel JA, Friedman F, Adams FH. Fetal tracheal ligation

and lung development. Am J Dis Child. (1965) 109:452–

6. doi: 10.1001/archpedi.1965.02090020454014

28. Alcorn D, Adamson TM, Lambert TF, Maloney JE, Ritchie BC, Robinson

PM. Morphological effects of chronic tracheal ligation and drainage in the

fetal lamb lung. J Anat. (1977) 123:649–60.

29. Scurry JP, Adamson TM, Cussen LJ. Fetal lung growth in

laryngeal atresia and tracheal agenesis. Aust Paediatr J. (1989)

25:47–51. doi: 10.1111/j.1440-1754.1989.tb01413.x

30. Wilson JM, DiFiore JW, Peters CA. Experimental fetal tracheal ligation

prevents the pulmonary hypoplasia associated with fetal nephrectomy:

possible application for congenital diaphragmatic hernia. J Pediatr Surg.

(1993) 28:1433–9; discussion 9–40. doi: 10.1016/0022-3468(93)90426-L

31. DiFiore JW, Fauza DO, Slavin R, Peters CA, Fackler JC, Wilson

JM. Experimental fetal tracheal ligation reverses the structural

and physiological effects of pulmonary hypoplasia in congenital

diaphragmatic hernia. J Pediatr Surg. (1994) 29:248–56; discussion

56–7. doi: 10.1016/0022-3468(94)90328-X

32. Hedrick MH, Estes JM, Sullivan KM, Bealer JF, Kitterman JA, Flake

AW, et al. Plug the lung until it grows (PLUG): a new method to treat

congenital diaphragmatic hernia in utero. J Pediatr Surg. (1994) 29:612–

7. doi: 10.1016/0022-3468(94)90724-2

33. Harrison MR, Adzick NS, Flake AW, VanderWall KJ, Bealer JF, Howell

LJ, et al. Correction of congenital diaphragmatic hernia in utero VIII:

response of the hypoplastic lung to tracheal occlusion. J Pediatr Surg. (1996)

31:1339–48. doi: 10.1016/S0022-3468(96)90824-6

34. Skarsgard ED, Meuli M, Vanderwall KJ, Bealer JF, Adzick NS,

Harrison MR. Fetal endoscopic tracheal occlusion (’Fetendo-

PLUG’) for congenital diaphragmatic hernia. J Pediatr Surg. (1996)

31:1335–8. doi: 10.1016/S0022-3468(96)90823-4

35. VanderWall KJ, Bruch SW, Meuli M, Kohl T, Szabo Z, Adzick NS, et al.

Fetal endoscopic (’Fetendo’) tracheal clip. J Pediatr Surg. (1996) 31:1101–3;

discussion 3–4. doi: 10.1016/S0022-3468(96)90096-2

36. Harrison MR, Adzick NS, Bullard KM, Farrell JA, Howell LJ, Rosen MA, et

al. Correction of congenital diaphragmatic hernia in utero VII: a prospective

trial. J Pediatr Surg. (1997) 32:1637–42. doi: 10.1016/S0022-3468(97)

90472-3

37. Harrison MR, Adzick NS, Flake AW, Jennings RW, Estes JM, MacGillivray

TE, et al. Correction of congenital diaphragmatic hernia in utero: VI.

Hard-earned lessons. J Pediatr Surg. (1993) 28:1411–7; discussion 7–

8. doi: 10.1016/S0022-3468(05)80338-0

38. Chiba T, Albanese CT, Farmer DL, Dowd CF, Filly RA,

Machin GA, et al. Balloon tracheal occlusion for congenital

diaphragmatic hernia: experimental studies. J Pediatr Surg. (2000)

35:1566–70. doi: 10.1053/jpsu.2000.18311

39. Grushka JR, Al-Abbad S, Baird R, Puligandla P, Kaplan F, Laberge JM. The

effect of in vitro tracheal occlusion on branching morphogenesis in fetal lung

explants from the rat nitrofen model of congenital diaphragmatic hernia. J

Pediatr Surg. (2010) 45:943–7. doi: 10.1016/j.jpedsurg.2010.02.007

40. Papadakis K, De Paepe ME, Tackett LD, Piasecki GJ, Luks FI, editors.

Temporary tracheal occlusion causes catch-up lung maturation in a

fetal model of diaphragmatic hernia. J Pediatr Surg. (1998) 33:1030–

7. doi: 10.1016/S0022-3468(98)90526-7

41. O’Toole SJ, Sharma A, Karamanoukian HL, Holm B, Azizkhan RG, Glick

PL. Tracheal ligation does not correct the surfactant deficiency associated

with congenital diaphragmatic hernia. J Pediatr Surg. (1996) 31:546–

50. doi: 10.1016/S0022-3468(96)90493-5

42. Scott JE, Yang SY, Stanik E, Anderson JE. Influence of strain on

[3H]thymidine incorporation, surfactant-related phospholipid synthesis,

and cAMP levels in fetal type II alveolar cells. Am J Respir Cell Mol Biol.

(1993) 8:258–65. doi: 10.1165/ajrcmb/8.3.258

43. Nagai A, Thurlbeck WM, Jansen AH, Ioffe S, Chernick V. The effect of

chronic biphrenectomy on lung growth and maturation in fetal lambs.

Morphologic andmorphometric studies.AmRev Respir Dis. (1988) 137:167–

72. doi: 10.1164/ajrccm/137.1.167

44. Luks FI, Roggin KK, Wild YK, Piasecki GJ, Rubin LP, Lesieur-Brooks

AM, et al. Effect of lung fluid composition on type II cellular activity

after tracheal occlusion in the fetal lamb. J Pediatr Surg. (2001) 36:196–

201. doi: 10.1053/jpsu.2001.20051

45. Wu J, Ge X, Verbeken EK, Gratacos E, Yesildaglar N, Deprest JA. Pulmonary

effects of in utero tracheal occlusion are dependent on gestational age

in a rabbit model of diaphragmatic hernia. J Pediatr Surg. (2002) 37:11–

7. doi: 10.1053/jpsu.2002.29418

46. Liao SL, Luks FI, Piasecki GJ, Wild YK, Papadakis K, De Paepe

ME. Late-gestation tracheal occlusion in the fetal lamb causes rapid

lung growth with type II cell preservation. J Surg Res. (2000) 92:64–

70. doi: 10.1006/jsre.2000.5858

47. Chapin CJ, Ertsey R, Yoshizawa J, Hara A, Sbragia L, Greer JJ, et al.

Congenital diaphragmatic hernia, tracheal occlusion, thyroid transcription

factor-1, and fetal pulmonary epithelial maturation. Am J Physiol Lung Cell

Mol Physiol. (2005) 289:L44–52. doi: 10.1152/ajplung.00342.2004

48. Hashim E, Laberge JM, Chen MF, Quillen EW Jr. Reversible

tracheal obstruction in the fetal sheep: effects on tracheal fluid

pressure and lung growth. J Pediatr Surg. (1995) 30:1172–

7. doi: 10.1016/0022-3468(95)90015-2

49. Nardo L, Hooper SB, Harding R. Lung hypoplasia can be reversed by

short-term obstruction of the trachea in fetal sheep. Pediatr Res. (1995)

38:690–6. doi: 10.1203/00006450-199511000-00010

50. Peralta CF, Jani JC, Van Schoubroeck D, Nicolaides KH, Deprest

JA. Fetal lung volume after endoscopic tracheal occlusion in the

prediction of postnatal outcome. Am J Obstet Gynecol. (2008) 198:60 e1–

5. doi: 10.1016/j.ajog.2007.05.034

51. Nawapun K, Eastwood MP, Diaz-Cobos D, Jimenez J, Aertsen M, Gomez

O, et al. In vivo evidence by magnetic resonance volumetry of a gestational

age dependent response to tracheal occlusion for congenital diaphragmatic

hernia. Prenat Diagn. (2015) 35:1048–56. doi: 10.1002/pd.4642

52. Keramidaris E, Hooper SB, Harding R. Effect of gestational age on the

increase in fetal lung growth following tracheal obstruction. Exp Lung Res.

(1996) 22:283–98. doi: 10.3109/01902149609031776

53. Schittny JC. Development of the lung. Cell Tissue Res. (2017) 367:427–

44. doi: 10.1007/s00441-016-2545-0

54. Underwood MA, Gilbert WM, Sherman MP. Amniotic fluid: not just fetal

urine anymore. J Perinatol. (2005) 25:341–8. doi: 10.1038/sj.jp.7211290

55. Liu KZ, Shaw RA, Dembinski TC, Reid GJ, Ying SL, Mantsch HH.

Comparison of infrared spectroscopic and fluorescence depolarization

assays for fetal lung maturity. Am J Obstet Gynecol. (2000) 183:181–

7. doi: 10.1016/S0002-9378(00)77338-8

Frontiers in Pediatrics | www.frontiersin.org 9 July 2022 | Volume 10 | Article 925106

https://doi.org/10.1165/ajrcmb.23.1.3926
https://doi.org/10.1152/ajplung.00498.2005
https://doi.org/10.1113/jphysiol.1983.sp014729
https://doi.org/10.1007/s40139-016-0117-3
https://doi.org/10.1139/y88-184
https://doi.org/10.1007/s00247-008-0962-2
https://doi.org/10.3389/fcell.2021.725785
https://doi.org/10.1001/archpedi.1965.02090020454014
https://doi.org/10.1111/j.1440-1754.1989.tb01413.x
https://doi.org/10.1016/0022-3468(93)90426-L
https://doi.org/10.1016/0022-3468(94)90328-X
https://doi.org/10.1016/0022-3468(94)90724-2
https://doi.org/10.1016/S0022-3468(96)90824-6
https://doi.org/10.1016/S0022-3468(96)90823-4
https://doi.org/10.1016/S0022-3468(96)90096-2
https://doi.org/10.1016/S0022-3468(97)90472-3
https://doi.org/10.1016/S0022-3468(05)80338-0
https://doi.org/10.1053/jpsu.2000.18311
https://doi.org/10.1016/j.jpedsurg.2010.02.007
https://doi.org/10.1016/S0022-3468(98)90526-7
https://doi.org/10.1016/S0022-3468(96)90493-5
https://doi.org/10.1165/ajrcmb/8.3.258
https://doi.org/10.1164/ajrccm/137.1.167
https://doi.org/10.1053/jpsu.2001.20051
https://doi.org/10.1053/jpsu.2002.29418
https://doi.org/10.1006/jsre.2000.5858
https://doi.org/10.1152/ajplung.00342.2004
https://doi.org/10.1016/0022-3468(95)90015-2
https://doi.org/10.1203/00006450-199511000-00010
https://doi.org/10.1016/j.ajog.2007.05.034
https://doi.org/10.1002/pd.4642
https://doi.org/10.3109/01902149609031776
https://doi.org/10.1007/s00441-016-2545-0
https://doi.org/10.1038/sj.jp.7211290
https://doi.org/10.1016/S0002-9378(00)77338-8
https://www.frontiersin.org/journals/pediatrics
https://www.frontiersin.org
https://www.frontiersin.org/journals/pediatrics#articles


Olutoye II et al. Effects of FETO on CDH

56. Stahlman MT, Kasselberg AG, Orth DN, Gray ME. Ontogeny of

neuroendocrine cells in human fetal lung. II An immunohistochemical

study. Lab Invest. (1985) 52:52–60.

57. Parra E, Perez-Gil J. Composition, structure and mechanical properties

define performance of pulmonary surfactant membranes and films. Chem

Phys Lipids. (2015) 185:153–75. doi: 10.1016/j.chemphyslip.2014.09.002

58. Glick PL, Stannard VA, Leach CL, Rossman J, Hosada Y, Morin FC, et al.

Pathophysiology of congenital diaphragmatic hernia II: the fetal lamb CDH

model is surfactant deficient. J Pediatr Surg. (1992) 27:382–7; discussion

7–8. doi: 10.1016/0022-3468(92)90865-5

59. Sullivan KM, Hawgood S, Flake AW, Harrison MR, Adzick NS.

Amniotic fluid phospholipid analysis in the fetus with congenital

diaphragmatic hernia. J Pediatr Surg. (1994) 29:1020–3; discussion 3–

4. doi: 10.1016/0022-3468(94)90271-2

60. H IJ, Zimmermann LJ, Bunt JE, de Jongste JC, Tibboel D. Prospective

evaluation of surfactant composition in bronchoalveolar lavage fluid of

infants with congenital diaphragmatic hernia and of age-matched controls.

Crit Care Med. (1998) 26:573–80. doi: 10.1097/00003246-199803000-00035

61. Boucherat O, Benachi A, Chailley-Heu B, Franco-Montoya ML,

Elie C, Martinovic J, et al. Surfactant maturation is not delayed

in human fetuses with diaphragmatic hernia. PLoS Med. (2007)

4:e237. doi: 10.1371/journal.pmed.0040237

62. Mimmi MC, Ballico M, Amoroso F, Calcaterra V, Marotta M, Peiro JL,

et al. Phospholipid profile of amniotic fluid in ovine model of congenital

diaphragmatic hernia (CDH): the effect of fetal tracheal occlusion. J Proteome

Res. (2015) 14:1465–71. doi: 10.1021/pr501120x

63. Mohseni-Bod H, Bohn D. Pulmonary hypertension in congenital

diaphragmatic hernia. Semin Pediatr Surg. (2007) 16:126–

33. doi: 10.1053/j.sempedsurg.2007.01.008

64. Pierro M, Thebaud B. Understanding and treating pulmonary hypertension

in congenital diaphragmatic hernia. Semin Fetal Neonatal Med. (2014)

19:357–63. doi: 10.1016/j.siny.2014.09.008

65. Cruz-Martinez R, Moreno-Alvarez O, Prat J, Krauel L, Tarrado X, Castanon

M, et al. Lung tissue blood perfusion changes induced by in utero tracheal

occlusion in a rabbit model of congenital diaphragmatic hernia. Fetal Diagn

Ther. (2009) 26:137–42. doi: 10.1159/000254485

66. Prat Ortells J, Albert A, Tarrado X, Krauel L, Cruz R, Moreno-Alvarez O, et

al. Airway and vascular maturation stimulated by tracheal occlusion do not

correlate in the rabbit model of diaphragmatic hernia. Pediatr Res. (2014)

75:487–92. doi: 10.1038/pr.2013.244

67. Cruz-Martinez R, Moreno-Alvarez O, Hernandez-Andrade E, Castanon

M, Martinez JM, Done E, et al. Changes in lung tissue perfusion in the

prediction of survival in fetuses with congenital diaphragmatic hernia treated

with fetal endoscopic tracheal occlusion. Fetal Diagn Ther. (2011) 29:101–

7. doi: 10.1159/000295262

68. Done E, Allegaert K, Lewi P, Jani J, Gucciardo L, Van Mieghem T, et al.

Maternal hyperoxygenation test in fetuses undergoing FETO for severe

isolated congenital diaphragmatic hernia. Ultrasound Obstet Gynecol. (2011)

37:264–71. doi: 10.1002/uog.7753

69. Style CC, Olutoye OO, Belfort MA, Ayres NA, Cruz SM, Lau PE, et al.

Fetal endoscopic tracheal occlusion reduces pulmonary hypertension in

severe congenital diaphragmatic hernia. Ultrasound Obstet Gynecol. (2019)

54:752–8. doi: 10.1002/uog.20216

70. Sluiter I, van der Horst I, van der Voorn P, Boerema-de Munck A, Buscop-

van Kempen M, de Krijger R, et al. Premature differentiation of vascular

smooth muscle cells in human congenital diaphragmatic hernia. Exp Mol

Pathol. (2013) 94:195–202. doi: 10.1016/j.yexmp.2012.09.010

71. Luks FI, Wild YK, Piasecki GJ, De Paepe ME. Short-term tracheal occlusion

corrects pulmonary vascular anomalies in the fetal lamb with diaphragmatic

hernia. Surgery. (2000) 128:266–72. doi: 10.1067/msy.2000.107373

72. Bratu I, Flageole H, Laberge JM, Chen MF, Piedboeuf B, editors. Pulmonary

structural maturation and pulmonary artery remodeling after reversible fetal

ovine tracheal occlusion in diaphragmatic hernia. J Pediatr Surg. (2001)

36:739–44. doi: 10.1053/jpsu.2001.22950

73. Kanai M, Kitano Y, von Allmen D, Davies P, Adzick NS, Flake AW.

Fetal tracheal occlusion in the rat model of nitrofen-induced congenital

diaphragmatic hernia: tracheal occlusion reverses the arterial structural

abnormality. J Pediatr Surg. (2001) 36:839–45. doi: 10.1053/jpsu.2001.23950

74. Goncalves FL, Figueira RL, Gallindo RM, Simoes AL, Coleman A, Peiro JL,

et al. Tracheal occlusion and ventilation changes the nitric oxide pathway

in congenital diaphragmatic hernia model. J Surg Res. (2016) 203:466–

75. doi: 10.1016/j.jss.2016.04.037

75. Danzer E, Davey MG, Kreiger PA, Ruchelli ED, Johnson MP, Adzick

NS, et al. Fetal tracheal occlusion for severe congenital diaphragmatic

hernia in humans: a morphometric study of lung parenchyma and

muscularization of pulmonary arterioles. J Pediatr Surg. (2008) 43:1767–

75. doi: 10.1016/j.jpedsurg.2008.04.033

76. Fish JE, Marsden PA. Endothelial nitric oxide synthase: insight into cell-

specific gene regulation in the vascular endothelium. Cell Mol Life Sci. (2006)

63:144–62. doi: 10.1007/s00018-005-5421-8

77. Hofmann A, Gosemann JH, Takahashi T, Friedmacher F, Duess JW, Puri P.

Imbalance of caveolin-1 and eNOS expression in the pulmonary vasculature

of experimental diaphragmatic hernia. Birth Defects Res B Dev Reprod

Toxicol. (2014) 101:341–6. doi: 10.1002/bdrb.21117

78. Kimura H, Esumi H. Reciprocal regulation between nitric oxide and vascular

endothelial growth factor in angiogenesis. Acta Biochim Pol. (2003) 50:49–

59. doi: 10.18388/abp.2003_3713

79. Sanz-Lopez E, Maderuelo E, Pelaez D, Chimenti P, Lorente R, Munoz MA, et

al. Changes in the expression of vascular endothelial growth factor after fetal

tracheal occlusion in an experimental model of congenital diaphragmatic

hernia. Crit Care Res Pract. (2013) 2013:958078. doi: 10.1155/2013/958078

80. Hara A, Chapin CJ, Ertsey R, Kitterman JA. Changes in fetal

lung distension alter expression of vascular endothelial growth

factor and its isoforms in developing rat lung. Pediatr Res. (2005)

58:30–7. doi: 10.1203/01.PDR.0000163614.20031.C5

81. Quinn TP, Schlueter M, Soifer SJ, Gutierrez JA. Cyclic mechanical stretch

induces VEGF and FGF-2 expression in pulmonary vascular smooth

muscle cells. Am J Physiol Lung Cell Mol Physiol. (2002) 282:L897–

903. doi: 10.1152/ajplung.00044.2001

82. Galie N, Manes A, Branzi A. The endothelin system in

pulmonary arterial hypertension. Cardiovasc Res. (2004) 61:227–

37. doi: 10.1016/j.cardiores.2003.11.026

83. Cloutier M, Seaborn T, Piedboeuf B, Bratu I, Flageole H, Laberge JM.

Effect of temporary tracheal occlusion on the endothelin system in

experimental cases of diaphragmatic hernia. Exp Lung Res. (2005) 31:391–

404. doi: 10.1080/019021490927079

84. Bellio MA, Young KC, Milberg J, Santos I, Abdullah Z, Stewart D,

et al. Amniotic fluid-derived extracellular vesicles: characterization and

therapeutic efficacy in an experimental model of bronchopulmonary

dysplasia. Cytotherapy. (2021) 23:1097–107. doi: 10.1016/j.jcyt.2021.07.011

85. Porzionato A, Zaramella P, Dedja A, Guidolin D, Bonadies L, Macchi

V, et al. Intratracheal administration of mesenchymal stem cell-derived

extracellular vesicles reduces lung injuries in a chronic rat model of

bronchopulmonary dysplasia. Am J Physiol Lung Cell Mol Physiol. (2021)

320:L688–704. doi: 10.1152/ajplung.00148.2020

86. Klinger JR, Pereira M, Tatto MD, Dooner MS, Wen S, Quesenberry PJ, et

al. Effect of dose, dosing intervals, and hypoxic stress on the reversal of

pulmonary hypertension by mesenchymal stem cell extracellular vesicles.

Pulm Circ. (2021) 11:20458940211046137. doi: 10.1177/20458940211046137

87. Peiro JL, Oria M, Aydin E, Joshi R, Cabanas N, Schmidt R, et al. Proteomic

profiling of tracheal fluid in an ovine model of congenital diaphragmatic

hernia and fetal tracheal occlusion. Am J Physiol Lung Cell Mol Physiol.

(2018) 315:L1028–L41. doi: 10.1152/ajplung.00148.2018

88. Xu J, Lamouille S, Derynck R. TGF-beta-induced epithelial to mesenchymal

transition. Cell Res. (2009) 19:156–72. doi: 10.1038/cr.2009.5

89. Burk U, Schubert J, Wellner U, Schmalhofer O, Vincan E, Spaderna S, et

al. A reciprocal repression between ZEB1 and members of the miR-200

family promotes EMT and invasion in cancer cells. EMBO Rep. (2008)

9:582–9. doi: 10.1038/embor.2008.74

90. Pereira-Terra P, Deprest JA, Kholdebarin R, Khoshgoo N, DeKoninck

P, Munck AABD, et al. Unique tracheal fluid MicroRNA signature

predicts response to FETO in patients with congenital diaphragmatic

hernia. Ann Surg. (2015) 262:1130–40. doi: 10.1097/SLA.00000000000

01054

91. Kato M, Arce L, Wang M, Putta S, Lanting L, Natarajan R, et

al. microRNA circuit mediates transforming growth factor-beta1

Frontiers in Pediatrics | www.frontiersin.org 10 July 2022 | Volume 10 | Article 925106

https://doi.org/10.1016/j.chemphyslip.2014.09.002
https://doi.org/10.1016/0022-3468(92)90865-5
https://doi.org/10.1016/0022-3468(94)90271-2
https://doi.org/10.1097/00003246-199803000-00035
https://doi.org/10.1371/journal.pmed.0040237
https://doi.org/10.1021/pr501120x
https://doi.org/10.1053/j.sempedsurg.2007.01.008
https://doi.org/10.1016/j.siny.2014.09.008
https://doi.org/10.1159/000254485
https://doi.org/10.1038/pr.2013.244
https://doi.org/10.1159/000295262
https://doi.org/10.1002/uog.7753
https://doi.org/10.1002/uog.20216
https://doi.org/10.1016/j.yexmp.2012.09.010
https://doi.org/10.1067/msy.2000.107373
https://doi.org/10.1053/jpsu.2001.22950
https://doi.org/10.1053/jpsu.2001.23950
https://doi.org/10.1016/j.jss.2016.04.037
https://doi.org/10.1016/j.jpedsurg.2008.04.033
https://doi.org/10.1007/s00018-005-5421-8
https://doi.org/10.1002/bdrb.21117
https://doi.org/10.18388/abp.2003_3713
https://doi.org/10.1155/2013/958078
https://doi.org/10.1203/01.PDR.0000163614.20031.C5
https://doi.org/10.1152/ajplung.00044.2001
https://doi.org/10.1016/j.cardiores.2003.11.026
https://doi.org/10.1080/019021490927079
https://doi.org/10.1016/j.jcyt.2021.07.011
https://doi.org/10.1152/ajplung.00148.2020
https://doi.org/10.1177/20458940211046137
https://doi.org/10.1152/ajplung.00148.2018
https://doi.org/10.1038/cr.2009.5
https://doi.org/10.1038/embor.2008.74
https://doi.org/10.1097/SLA.0000000000001054
https://www.frontiersin.org/journals/pediatrics
https://www.frontiersin.org
https://www.frontiersin.org/journals/pediatrics#articles


Olutoye II et al. Effects of FETO on CDH

autoregulation in renal glomerular mesangial cells. Kidney Int. (2011)

80:358–68. doi: 10.1038/ki.2011.43

92. Quinn TM, Sylvester KG, Kitano Y, Kitano Y, Liechty KW, Jarrett BP, et al.

TGF-beta2 is increased after fetal tracheal occlusion. J Pediatr Surg. (1999)

34:701–4; discussion 4–5. doi: 10.1016/S0022-3468(99)90359-7

93. Walker M, Godin M, Pelling AE. Mechanical stretch sustains myofibroblast

phenotype and function inmicrotissues through latent TGF-beta1 activation.

Integr Biol (Camb). (2020) 12:199–210. doi: 10.1093/intbio/zyaa015

94. Froese AR, Shimbori C, Bellaye PS, Inman M, Obex S, Fatima S,

et al. Stretch-induced activation of transforming growth factor-beta1

in pulmonary fibrosis. Am J Respir Crit Care Med. (2016) 194:84–

96. doi: 10.1164/rccm.201508-1638OC

95. Shimbori C, Upagupta C, Bellaye PS, Ayaub EA, Sato S, Yanagihara T,

et al. Mechanical stress-induced mast cell degranulation activates TGF-

beta1 signalling pathway in pulmonary fibrosis. Thorax. (2019) 74:455–

65. doi: 10.1136/thoraxjnl-2018-211516

96. Letsiou E, Sammani S, Zhang W, Zhou T, Quijada H, Moreno-Vinasco

L, et al. Pathologic mechanical stress and endotoxin exposure increases

lung endothelial microparticle shedding. Am J Respir Cell Mol Biol. (2015)

52:193–204. doi: 10.1165/rcmb.2013-0347OC

97. Lee H, Zhang D, Zhu Z, Dela Cruz CS, Jin Y. Epithelial

cell-derived microvesicles activate macrophages and promote

inflammation via microvesicle-containing microRNAs. Sci Rep. (2016)

6:35250. doi: 10.1038/srep35250

98. Moon HG, Cao Y, Yang J, Lee JH, Choi HS, Jin Y. Lung epithelial

cell-derived extracellular vesicles activate macrophage-mediated

inflammatory responses via ROCK1 pathway. Cell Death Dis. (2015)

6:e2016. doi: 10.1038/cddis.2015.282

99. Fabietti I, Nardi T, Favero C, Dioni L, Cantone L, Pergoli L, et al. Extracellular

vesicles and their miRNA content in amniotic and tracheal fluids of fetuses

with severe congenital diaphragmatic hernia undergoing fetal intervention.

Cells. (2021) 10:1493. doi: 10.3390/cells10061493

100. Liu A, Liu Y, Li B, Yang M, Liu Y, Su J. Role of miR-223-3p in pulmonary

arterial hypertension via targeting ITGB3 in the ECM pathway. Cell Prolif.

(2019) 52:e12550. doi: 10.1111/cpr.12550

101. Kim J, Kang Y, Kojima Y, Lighthouse JK, Hu X, Aldred MA, et al.

An endothelial apelin-FGF link mediated by miR-424 and miR-503 is

disrupted in pulmonary arterial hypertension. Nat Med. (2013) 19:74–

82. doi: 10.1038/nm.3040

102. Li K, Wang Y, Zhang A, Liu B, Jia L. miR-379 inhibits cell proliferation,

invasion, andmigration of vascular smooth muscle cells by targeting insulin-

like factor-1. Yonsei Med J. (2017) 58:234–40. doi: 10.3349/ymj.2017.58.1.234

103. Han RN, Post M, Tanswell AK, Lye SJ. Insulin-like growth factor-I receptor-

mediated vasculogenesis/angiogenesis in human lung development. Am J

Respir Cell Mol Biol. (2003) 28:159–69. doi: 10.1165/rcmb.4764

104. Moreno-Barriuso N, Lopez-Malpartida AV, de Pablo F, Pichel JG.

Alterations in alveolar epithelium differentiation and vasculogenesis in

lungs of LIF/IGF-I double deficient embryos. Dev Dyn. (2006) 235:2040–

50. doi: 10.1002/dvdy.20842

105. Silva D, Venihaki M, GuoW-H, Lopez MF. Igf2 deficiency results in delayed

lung development at the end of gestation. Endocrinology. (2006) 147:5584–

91. doi: 10.1210/en.2006-0498

106. Piersigilli F, Syed M, Lam TT, Dotta A, Massoud M, Vernocchi P, et al.

An omic approach to congenital diaphragmatic hernia: a pilot study of

genomic, microRNA, and metabolomic profiling. J Perinatol. (2020) 40:952–

61. doi: 10.1038/s41372-020-0623-3

107. Engels AC, Brady PD, Kammoun M, Finalet Ferreiro J, DeKoninck P, Endo

M, et al. Pulmonary transcriptome analysis in the surgically induced rabbit

model of diaphragmatic hernia treated with fetal tracheal occlusion. Dis

Model Mech. (2016) 9:221–8. doi: 10.1242/dmm.021626

108. Mudri M, Smith SA, Vanderboor C, Davidson J, Regnault TRH, Butter

A. The effects of tracheal occlusion on Wnt signaling in a rabbit

model of congenital diaphragmatic hernia. J Pediatr Surg. (2019) 54:937–

44. doi: 10.1016/j.jpedsurg.2019.01.024

109. Antounians L, Catania VD, Montalva L, Liu BD, Hou H, Chan C, et al.

Fetal lung underdevelopment is rescued by administration of amniotic

fluid stem cell extracellular vesicles in rodents. Sci Transl Med. (2021)

13:eaax5941. doi: 10.1126/scitranslmed.aax5941

110. Monroe MN, Zhaorigetu S, Gupta VS, Jin D, Givan KD, Curylo AL, et al.

Extracellular vesicles influence the pulmonary arterial extracellular matrix

in congenital diaphragmatic hernia. Pediatr Pulmonol. (2020) 55:2402–

11. doi: 10.1002/ppul.24914

111. Zhaorigetu S, Bair H, Jin D, Gupta VS, Pandit LM, Bryan RM, et al.

Extracellular vesicles attenuate nitrofen-mediated human pulmonary artery

endothelial dysfunction: implications for congenital diaphragmatic hernia.

Stem Cells Dev. (2020) 29:967–80. doi: 10.1089/scd.2020.0063

112. Basurto D, Sananes N, Bleeser T, Valenzuela I, De Leon N, Joyeux

L, et al. Safety and efficacy of smart tracheal occlusion device in

diaphragmatic hernia lamb model. Ultrasound Obstet Gynecol. (2021)

57:105–12. doi: 10.1002/uog.23135

113. Campiglio CE, Villonio M, Dellaca RL, Mosca F, Draghi L. An injectable,

degradable hydrogel plug for tracheal occlusion in congenital diaphragmatic

hernia (CDH). Mater Sci Eng C Mater Biol Appl. (2019) 99:430–

9. doi: 10.1016/j.msec.2019.01.047

Conflict of Interest: The authors declare that the research was conducted in the

absence of any commercial or financial relationships that could be construed as a

potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors

and do not necessarily represent those of their affiliated organizations, or those of

the publisher, the editors and the reviewers. Any product that may be evaluated in

this article, or claim that may be made by its manufacturer, is not guaranteed or

endorsed by the publisher.

Copyright © 2022 Olutoye II, Short, Gilley, Hammond II, Belfort, Lee, King,

Espinoza, Joyeux, Lingappan, Gleghorn and Keswani. This is an open-access article

distributed under the terms of the Creative Commons Attribution License (CC BY).

The use, distribution or reproduction in other forums is permitted, provided the

original author(s) and the copyright owner(s) are credited and that the original

publication in this journal is cited, in accordance with accepted academic practice.

No use, distribution or reproduction is permitted which does not comply with these

terms.

Frontiers in Pediatrics | www.frontiersin.org 11 July 2022 | Volume 10 | Article 925106

https://doi.org/10.1038/ki.2011.43
https://doi.org/10.1016/S0022-3468(99)90359-7
https://doi.org/10.1093/intbio/zyaa015
https://doi.org/10.1164/rccm.201508-1638OC
https://doi.org/10.1136/thoraxjnl-2018-211516
https://doi.org/10.1165/rcmb.2013-0347OC
https://doi.org/10.1038/srep35250
https://doi.org/10.1038/cddis.2015.282
https://doi.org/10.3390/cells10061493
https://doi.org/10.1111/cpr.12550
https://doi.org/10.1038/nm.3040
https://doi.org/10.3349/ymj.2017.58.1.234
https://doi.org/10.1165/rcmb.4764
https://doi.org/10.1002/dvdy.20842
https://doi.org/10.1210/en.2006-0498
https://doi.org/10.1038/s41372-020-0623-3
https://doi.org/10.1242/dmm.021626
https://doi.org/10.1016/j.jpedsurg.2019.01.024
https://doi.org/10.1126/scitranslmed.aax5941
https://doi.org/10.1002/ppul.24914
https://doi.org/10.1089/scd.2020.0063
https://doi.org/10.1002/uog.23135
https://doi.org/10.1016/j.msec.2019.01.047
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/pediatrics
https://www.frontiersin.org
https://www.frontiersin.org/journals/pediatrics#articles

	The Cellular and Molecular Effects of Fetoscopic Endoluminal Tracheal Occlusion in Congenital Diaphragmatic Hernia
	Introduction
	Fluid Pressure in Pulmonary Development and the Inception of Tracheal Occlusion
	Cellular and Molecular Effects of Tracheal Occlusion
	Pulmonary Airway System
	Pulmonary Vasculature
	Physiologic Effects of FETO on the Pulmonary Vasculature
	Molecular Effects of FETO on Pulmonary Vasculature


	Extracellular Vesicles and miRNA in CDH
	Summary
	Author Contributions
	Funding
	Acknowledgments
	References


