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Abstract

A key question in vascular biology is how the diversity of origin of vascular mural cells, namely
smooth muscle cells and pericytes influences vessel properties, in particular the regional propensity
to vascular diseases. This review therefore first describes the role and regulation of mural cells
during vascular formation, with a focus on embryonic origin. We then consider the evidence that
connects heterogeneities in smooth muscle cell and pericyte origins with disease. Since this idea has
major implications for understanding and modelling human disease, then there is a pressing need
for new model systems to investigate mural cell development and the consequences of
heterogeneity. Recent advances arising from in vitro strategies for deriving mural cells from human
pluripotent stem cells as well as from the zebrafish model will be discussed and the medical
relevance of these discoveries will be highlighted.

1. Introduction

Cardiovascular diseases such as myocardial infarction and stroke are the main causes of death in
Europel. The vast majority of these cases are secondary to atherosclerotic disease of the arterial
wall. Other diseases of the vessel wall such as aortic aneurysms are less common but can have
devastating consequences, often in young people with no warning. The high prevalence and severity
of arterial diseases has resulted in an urgent need to better understand the underlying biology of the
vessel wall in both health and disease.

An increasing body of work suggests that developmental factors continue to influence the response
of adult blood vessels under physiological and pathological conditions. The vasculature is
heterogeneous in terms of structural composition and function?. Moreover there are striking
regional heterogeneities in disease development that are thought to be governed by hemodynamic
factors as well as vessel structure3. Although structure and anatomy are developmentally
determined, the prevailing hemodynamic view does not take into account the multiple different
embryonic origins of vascular mural cells, namely smooth muscle cells (SMC) and pericytes, and the
consequences of this heterogeneity on disease*”.



This review will therefore initially discuss the development and regulation of SMCs and pericytes
during blood vessel formation, with an emphasis on their embryonic origins. We will accordingly
focus on lineage specific variations in the signalling pathways that regulate mural cell development
and impact on their distinct functional properties. These functional differences may lead to distinct
differences in pathological responses and we will next emphasise the evidence connecting
heterogeneities in SMC origins with disease and will examine both clinical and experimental studies.
Since the idea of a developmental basis for the vascular disease response has important
connotations for our understanding of human disease and for vascular regenerative medicine, then
new experimental model systems that would allow us to examine vascular cell development and the
consequences of mural cell heterogeneity, are urgently required. In recent years, we and others
have progressed human pluripotent stem cells and the zebrafish model for investigating mural cells
of distinct embryonic origins and their role in vascular development and disease. These model
systems will be discussed in detail and we will highlight the translational potential of these exciting
new tools.

2. Vascular mural cell embryonic development

Vascular mural cells are an essential component of the vasculature and are required for the normal
development and homeostasis of mature blood vessels. The initial events in vascular development
are differentiation of a primary endothelial vascular plexus from angioblasts which then undergoes
angiogenic remodelling®”. Vascular mural cells are recruited by developing blood vessels in a process
called vascular myogenesis®. During this process, mesenchymal precursors are recruited by
endothelial cells and ensheathe established blood vessels®™*2.

Vascular mural cells have been traditionally classified into vascular SMC and pericytes depending on
their density, morphology, location, and expression of specific markers*¢, Vascular SMCs are found
mainly in medium and large blood vessels where a continuous single or multilamellar SMC layer
surrounds the endothelial cell lining and provides contractility to modulate blood flow and stability.
SMCs are separated from the endothelium by a basement membrane. SMCs secrete most of the
extracellular matrix in the media, consisting mainly of elastin and fibrillar collagens I and Ill, which
together with fibroblast-derived adventitial collagens largely determine the mechanical properties of
the vessel wall2. Other common matrix components include laminin, collagen IV, nidogen, perlecan,
and fibulins!’~*°, Secretion of extracellular matrix from SMCs is essential for normal function and
development while matrix abnormalities are commonly seen in vascular disease’®?*'. Modulation of
the mural cell phenotype by extracellular matrix components is dependent on their binding to
specific integrin and non-integrin receptors®>%,

Pericytes are mural cells found in microvessels such as terminal arterioles and capillaries, with high
densities particularly in the brain, eye and kidney??’. Pericytes are isolated cells and unlike SMCs do
not form a continuous layer. Their key feature is that pericytes are embedded within the basement
membrane and make direct contact with the underlying endothelial cells. Functionally, their
predominant roles likely include regulating capillary permeability, endothelial stabilisation and
microvascular contractility?.

It is important to appreciate that SMC and pericytes are found as a continuum of mural cells, with a
gradual change in morphology and features as the vasculature branches into smaller vessels. Indeed
there are no specific molecular markers that unequivocally distinguish pericytes from SMCs and



validated markers for pericytes such as RGS5, CD146, NG2 (CSPG4), PDGFR-B and desmin may all be
expressed in SMCs under a variety of conditions?. For these and other reasons, pericytes and SMCs
are often thought of as related cell types with developmental links®. For the purposes of this review,
we will use the general term ‘mural cell’ when referring to both SMCs and pericytes or when the cell
type has not been clearly defined.

Vascular SMCs represent a mosaic tissue produced from multiple unique and non-overlapping
developmental origins®! (figure 1). Pioneering studies conducted in avian embryos showed the first
indication that vascular smooth muscle origins might be diverse. SMCs in the great vessels were
traced back to a distant source of progenitors at the dorsal surface of the cranial neural tube3*33. We
now know that SMCs of the aorta and many of its proximal branches have multiple different
developmental origins. The ascending aorta and arch, the pulmonary trunk, the brachiocephalic,
subclavian and carotids are all derived from the neural crest. The secondary heart field contributes
to a domain overlapping neural crest derived SMCs at the base of the aortic root** while the
descending aorta is derived from somites®.

Although most of the work on ontology has been carried out on SMC, in cases where studies have
been carried out on the embryonic origin of pericytes, they have been found to have a concordant
origin with the SMC in the larger vessels supplying that territory. The majority of the SMC and
pericytes in the head region, including those that vascularise the central nervous system, are neural

crest derived, as demonstrated in chick-quail chimeras?*3®

and indicated by marker expression in
mice¥. Recent studies on thymus development demonstrated that also the mural cells in the thymus
are derived from neural crest. The origins of vascular SMC in the gut® and liver®® have been mapped
to the mesothelium, the single-layer squamous epithelium that lines the coelomic cavities and its
organs and originates from the lateral plate mesoderm. Coronary vessel mural cells in the heart
appear to have a similar development. Here, the epicardial mesothelium is thought to give rise to
cardiac mesenchymal cells, including coronary SMCs and pericytes. The case of pulmonary mural
cells is interesting, as despite the proximal large pulmonary vessels originating from the neural crest,
the more distal pulmonary artery SMCs and pericytes, consistent with vessels in other coelomic
organs appear to be derived from pulmonary mesothelium?. Further studies are still required to
determine to what extent there is concordance between SMC and pericyte ontology and whether
there are any vascular beds, in normal development or in response to disease processes that result

in discordant origins for these mural cells.
3. Signaling pathways implicated in the developmental of mural cells

Mural cells are significant contributors to vascular development and vessel remodeling as well as
disease. Although a unique list of markers defining mural cells is a desiderata for many biologists and
clinicians such effort remains a puzzling task (reviewed in detail by Shen and McCloskey*°). Some of
these markers vary between pericytes and vascular SMCs and change due to the heterogeneity and
plasticity of these cells during time and space. The anatomical relationship between mural and
endothelial cells suggests close interactions involving paracrine or juxtacrine signaling but also less
studied factors such as mechanical forces, cell-matrix contacts and lipid signaling. Here we
summarize the major endothelial-mural cross-talk signaling described so far. Importantly, the role of
many of these pathways varies depending on the embryonic lineage of the mural cells.

3.1 PDGF-BB/PDGFR-8



PDGF receptor (PDGFR)-B expression is considered as one of the first indicators of mural cell
lineage*™3, PDGF-BB is released from angiogenic endothelial cells and binds to PDGFR-B expressed
on the surface of emerging mural cells. As a result, PDGFR-B-positive mural cells (or their
mesenchymal progenitors) are recruited with the angiogenic sprouts and microvessel wall*#4,
PDGFR-B is expressed broadly by pericytes and developing vascular SMCs, and PDGF-BB probably
plays a role also in the proliferation and differentiation of aortic and venous vSMCs. Knockout of the
pdgfb or pdgfrb genes in mice results in virtually identical phenotypes and perinatal lethality
resulting from vascular dysfunction caused by mural cell deficiency**¢. The degree of this deficiency
varies extensively between different organs, suggesting that other signaling pathways may play a
similar role to that of PDGF-BB/PDGFR-B in mural cell recruitment*~*°. Regional variations in other
signaling pathways have been shown to depend on embryonic origin (see TGF-B and Notch sections)
suggesting a possible developmental explanation for the regional variation in PDGF-BB signaling.

3.2 TGF-8 signaling

Cytokines of the transforming growth factor-p (TGF-B) family, including TGF-Bs, bone morphogenic
proteins (BMPs), activins, and nodal, play crucial roles in embryonic development and adult tissue
homeostasis by regulating cell proliferation, survival, and differentiation, as well as stem-cell self-
renewal and lineage-specific differentiation *°. In the cardiovascular system, TGF-B signaling has
been shown to play crucial roles in vasculogenesis, angiogenesis, and lymphangiogenesis including
regulation of mural cell differentiation, proliferation and migration 1. Recently, pericytes have been
suggested to differentiate from tissue myeloid progenitors in the skin vasculature through TGF-
signaling >2. TGF-B pathways also interact with other key vascular signaling pathways. For example, in
cerebral endothelial cells the TGF-B/SMAD4 pathway has been shown to cooperate with Notch/RBP-
Jk pathway to regulate N-cadherin expression and stabilize contacts between endothelial cells and
pericytes 3,

Importantly, studies have shown a specific requirement for Smad2°* and MklI2°>°¢ in development by
the neural crest-derived aortic arch SMCs. Meanwhile in adult SMCs, TGF-B elicits key differences in
the response of SMC of different embryonic origins with proliferation of neural crest-derived aortic
arch SMCs and suppression of proliferation in mesoderm derived SMCs®’. Additionally, angiotensin Il
signaling which enhances TGF-B signaling also has a lineage dependent effect on SMC. Owens et al
demonstrated a divergent effect of angiotensin Il infusion with SMC hyperplasia in the ascending
aorta and hypertrophy in the descending aorta®®. These findings highlight that the complex and
pleiotropic actions of various growth factor signaling cascades on SMC development and function
are further modified by their embryonic origins.

3.3 Notch signaling

In the development and differentiation of vascular SMCs, the roles of the Notch pathway can be
categorized into two different types: constructing a mature blood vessel wall and artery-vein
differentiation *°. Once recruited to endothelial tubes, Notch ligands in endothelial cells can induce
Notch activation in mural cells, which promotes integrin adhesion to endothelial basement
membrane and initiates maturation and differentiation®. Besides, the Notch activation in vascular
SMCs can further lead to the increased expression of Notch ligand, Jagged1 which allows for lateral
induction of Notch signaling by homotypic vascular SMC-SMC interactions through multiple layers of
smooth muscle to promote SMC differentiation®.. Furthermore, Notch can also be closely tied to the



many possible phenotypic endpoints of vascular SMCs °. For example, Notch signhaling in vascular
SMCs can promote contractile differentiation and also there are contrasting data supporting that
Notch can promote or inhibit vascular SMC proliferation in vitro and in vivo®. A key factor that may
explain opposing responses could be the embryonic lineage of the SMC. Recent studies have shown
that SMC of different embryonic origins respond differently to notch3 depending on developmental
stage®. In the zebrafish model Notch3 enhances brain vascular integrity by regulating pericyte
numbers

Several reports, support a role of Notch signaling for vascular SMC and/or pericyte survival,
proliferation, differentiation and even migration®%’. Further evidence proposes the role of Notch-
PDGFBB interactions in pericyte differentiation with DIl4 and PDGF-BB that can convert skeletal
myoblasts to pericytes . These data indicate that Notch is required for mural cell recruitment to the
blood vessel wall in response to PDGF-BB signal.

Overall, both endothelial cells and mural cells express several Notch receptors and ligands indicating
that this signaling pathway is crucial in both angiogenesis and vascular maturation. Hemodynamic
and environmental conditions have been shown to modulate this pathway as well, altering the
response of endothelial cell and SMC physiology. Mutant analyses of Notch receptors and its ligands
in human, mice and zebrafish also support different functions of this pathway among species.
Overall, our understanding on how Notch pathway regulates the association of mural cells and
endothelial cells is still very limited and far from being completely decoded.

4. Developmental heterogeneity and disease

The presence of different embryonic origins for distinct mural cell populations or vascular beds
raises a crucially important question: does embryonic origin impact regional susceptibility or
development of disease? In this section we review clinical studies that suggest that embryonic origin
may have a role in regulating disease development and then examine experimental data from
animal models that supports this hypothesis.

Studies by deBakey in cardiac patients and the Pathobiological Determinants of Atherosclerosis in
Youth (PDAY) study suggest a regional heterogeneity in disease development. deBakey and Glaeser
% reviewed 5,568 patients who initially had documented occlusive atherosclerotic disease in a single
region and required surgery and had repeat angiography to measure progression. These patients
were divided into 4 arterial disease categories: coronary, aortic branches, abdominal viscera and
terminal abdominal aorta and branches. After 25 years follow up, different arterial beds showed
different responses to common risk factors. The patients in this study were selected as already
having established occlusive disease. The PDAY study on the other hand examined unselected young
people who had died of noncardiac reasons and compared atherosclerotic disease in different
regions’®’%, The investigators found that systemic risk factors had differential effects on disease
development in different vascular regions. For example males had more fatty streaks in the right
coronary artery than women but women showed increased early disease in the aorta. Smoking
predisposed to increased fatty streaks only in the abdominal aorta while glycated haemoglobin
levels predicted early disease in the right coronary artery only. Together the findings from the



deBakey and PDAY studies suggest that different vascular regions have different susceptibilities to
common systemic risk factors.

It should be noted that these findings do not inform us as to the cause of the differing
susceptibilities to disease. One possible mechanism, as posited in this review article, is the distinct
embryonic origins of the SMC leading to differences in responses to disease mediators between
different vascular regions. Other causes could include differences in vessel wall structure. For
example, Sims found an increased number of discontinuities in the internal elastic laminae of
coronary arteries versus internal mammary arteries. The greater elastic lamina discontinuities were
associated with increased cellular content in the coronary intima, which may predispose the
coronary artery to develop atherosclerosis compared to the internal mammary?’2. It is of course
possible that these differences in elastic tissue structure are also developmentally mediated.

Another vascular disease that has characteristic distribution is aortic aneurysm and dissection. These
are categorised typically as abdominal or thoracic aortic aneurysms (Figure 2). Abdominal aneurysms
are associated with many of the same risk factors as for atherosclerosis, while thoracic aneurysms
have an association with genetic syndromes (e.g. Marfan syndrome) and frequently present in the
aortic root and ascending aorta. In particular, there is increasing evidence for a possible role of
different SMC lineages in the development of thoracic aortic aneurysms.

Since the maijority of elastin is deposited in fetal and early neonatal life, it seems differences in
vessel wall mechanical properties are developmentally programmed and again raise the possibility of
embryonic lineage having a role. The aortic media is composed of extracellular matrix and SMC.
Elastic fibres and collagen make up at least 50% of dry weight’3. Elastic fibres give rise to aortic
elasticity while collagens provide overall stiffness and strength. These mechanical parameters vary
along the course of the vascular tree (examples of local variability). Of note the aorta provides 65%
of all arterial compliance and the majority of this is in the ascending aorta and arch’ while the
ascending aorta has the highest elastin content’>’¢. Moreover, while these variable local mechanical
properties may be advantageous for pump function and blood distribution, they may predispose to
aortic disease especially at transition zones between different SMC lineages.

A key requirement for development of aortic aneurysm and dissection is medial weakness and
predisposing factors include hypertension, genetic connective tissue disorders, pregnancy,
atherosclerosis and arterial inflammation. If embryonic origins predispose different regions of the
aortic wall to produce differing amounts of structural proteins or distinct cellular behaviour, then the
outcome may be regional differences in strength and disease development. In this context, the entry
intimal tear in dissecting thoracic aneurysms is usually found in the ascending aorta (29%) or at the
sino-tubular junction (29%) in type A dissections’’, an area where SMC of different embryonic origins
are juxtaposed.

The interaction between SMC populations of different embryonic origins has been proposed to be
detrimental in some genetic aortopathies. Increased TGF-B signalling has been invoked as a driver of
aortic aneurysms in Marfan syndrome’®. It is then paradoxical that in Loeys-Dietz syndrome, a
related aortopathy syndrome, that the mutations in TGFbRI or TGFBRII are loss of function
mutations. Although in vitro studies show reduced signalling through these mutant receptors, there
is evidence of increased Smad2 phosphorylation in late stage aneurysms and the observations have
been reconciled by proposing compensatory increases in TGF-p release/activation by one SMC



lineage that leads to excess signalling in adjacent SMC from a different lineage”®. While the precise
nature of TGF-B in aneurysm development is now subject to considerable debate®:®*, the concept of
adjacent populations of SMC from different lineages leading to the development of a maladaptive
extracellular milieu for one or both of the populations which predisposes to disease is an interesting
idea that needs further experimental validation. Certainly distinct regions of SMC are juxtaposed in
the aortic root and at the aortic isthmus, both regions that are highly susceptible to an intimal tear””.

In addition to clinical observations, a number of animal studies have suggested that regional
embryonic heterogeneity may predispose to disease. Aortic arch SMC derived from the neural crest,
were shown to have a greater propensity to calcify compared to the mesodermal derived
descending aorta, using either aortic explants under high phosphate conditions or in vivo in a MGP
null mouse model®. The authors concluded that the aorta was developmentally regionalised and
this heterogeneity had an effect on pathological calcification. Similarly, Pruett et al® identified that
Hox genes identified positional identities in the vasculature and that transgenic overexpression of
Hoxc11 resulted in region-specific remodelling of the arterial tree®”. Meanwhile Andres and
colleagues identified regional differences in Hox family member gene expression and NFkB activity
that anti-correlated in the aortas of atherosclerosis susceptible mice®. They further demonstrated a
reciprocal inhibitory action between NFkB and HoxA9, thus identifying a possible regulatory
mechanism that defined an atherosclerosis susceptible aortic arch with high NFkB activity and low
HoxA9 expression, while conversely the atherosclerosis-resistant descending thoracic aorta had low
NFKB activity and high expression of HoxA9. The most intriguing finding in this study however was
that similar differences in Hox family member gene expression patterns including HoxA9 were
detected between SMC generated in vitro from neuroectoderm (analogous to the aortic arch) versus
paraxial mesoderm (analogous to the descending aorta). This finding suggests that at least some of
the differences in gene expression that define regional vascular susceptibility to disease are
programmed during development, since there were no confounding factors such as flow or vessel
structure in the in vitro studies.

Despite our focus on embryonic origin, it should be remembered that a major determinant of the
site specific nature of vascular disease development is regional differences in hemodymamic forces.
In particular for the development of atherosclerosis, low shear stress®® and turbulent flow are
thought to be important drivers of disease location. Accordingly mouse models of atherosclerosis
show increased disease at branch points and along the lesser curvature of the aorta. Indeed there is
considerable evidence of differential hemodynamic profiles predisposing different endothelial
populations to display distinct responses to systemic risk factors®. Thus we propose that the effect of
embryonic origins is to provide a basal regional susceptibility to disease that then responds to highly
variable local hemodynamic cues.

5. New models to study SMC and pericyte developmental heterogeneity
5.1 Human pluripotent stem cells

Generation of mural cells from embryonic stem cells and induced pluripotent stem cells, together
termed pluripotent stem cells (PSC), offers the opportunity to recapitulate many of the
developmental steps that take place in the embryo. In particular, the availability of human PSCs



enables the study of SMC and pericyte development and disease in a human context. A number of
groups have developed protocols to generate mural cells from PSCs and these have been reviewed
recently by Dash et al®® and Sinha et al°’. These approaches initially depended on spontaneous
differentiation in embryoid bodies, which results in a heterogenous mixture of different types of
SMCs and/or pericytes. Further developments in in vitro methods included the use of stromal feeder
cells, or specific matrix coatings such as collagen IV, or a combination of growth factors along with
serum to induce SMCs. Although these systems were efficient in producingmural cells, the
limitations included the lack of chemically defined systems and difficulties in relating the in vitro
stages to known developmental events in the embryo. In addition the phenotypic characterisation of
the resultant smooth muscle-like cells and their precise developmental stage and functionality were

not always fully defined.

Indeed, given that the primary distinction between SMC and pericytes is related to endothelial cell
contact and sharing of the endothelial basement membrane, it can be difficult to distinguish
between these cells in conditions where morphological criteria are lacking such as in vitro. Thus the
majority of in vitro protocols use molecular markers to identify the cells, although as most of these
are shared between SMC and pericytes, then the precise identity of in vitro generated mural cells
can be indeterminate®. In many protocols, cells were shown to express mature SMC specific
markers such as MYH11 and SMTN%** suggesting the generation of bona fide SMCs although such
marker expression can be limited and variable or poorly characterised®, and may reflect a degree of
plasticity of PSC-derived mural cells in vitro. Alternatively, mural cells that did not express MYH11 or
SMTN have been labelled either as general mural cells®? or as pericytes®, although given the
overlapping nature of pericyte markers the latter may also represent immature SMCs.

One of the biggest limitations was that the embryonic origin of mural cells in these in vitro systems
was relatively neglected. To address this limitation, we described the use of a chemically defined
system that used human PSCs to first generate neuroectoderm, lateral plate mesoderm and paraxial
mesoderm, the 3 embryonic tissues that give rise to the majority of vascular SMCs?’. We then
generated lineage specific SMCs from these intermediate embryonic tissues that displayed all the
markers and functionality of contractile SMCs but differed in behaviour in the same way as already
described for SMCs from different aortic or vascular regions®. For example, during development
MKL2 is required specifically by neural crest derived SMCs, while these same SMC in the adult
proliferate in response to TGF-B while mesoderm-derived SMCs do not. The lineage specific hPSC-
derived SMC platform was able to reproduce these differences in the need for MKL2 during
development or in the response to TGF-f in neuroectoderm-derived SMCs compared to those from
mesoderm. This system was further refined by the generation of epicardium, the precursor for
coronary SMCs, from the lateral plate mesoderm®. Epicardial cells expressed multiple epicardial
markers and when injected in ovo, were able to localise to their subepicardial niche in a chick model.
Taken together, these findings supported the validity of an in vitro lineage specific system.

In addition to validating known differences between different SMC populations, a key requirement
for such an in vitro model is to make novel predictions that can be tested in vivo or in primary SMC
cultures. Our in vitro model was firstly able to predict the differential proteolytic responses of
different regions of SMC from different regions of the rat aorta when treated with IL-18%’. Indeed we
hypothesise that this differential degradation of underlying extracellular matrix in different aortic
regions may predispose to increased wall stress and intimal tear at sites where there is a



juxtaposition of two different SMC lineages. Secondly, further in vitro studies revealed a key role for
Notch3 in SMC development specifically from the neuroectoderm lineage®. While this finding
predicts abnormalities in neural crest derived SMC in vivo, the Notch3 null mouse had not been
shown to have any vascular abnormalities during fetal development'®, However, a more detailed
analysis unearthed a mild phenotype with reduced maturation of carotid SMC in Notch3 null
embryos at E13.5 compared to wild type controls®®. Finally, gene expression studies from this in vitro
model also predict a diversity of functions between SMCs of distinct embryonic origins. For example,
the increase in genes related to calcification in neuroectoderm-derived SMC* is consistent with the
high frequency of calcification in the ascending aorta and aortic arch®%. Further differences in gene
expression and corresponding functional differences in vitro between the different lineages, such as
SMC migration or inflammatory activation, also warrant investigation as to their in vivo relevance.
Together these findings reinforce the validity of this lineage specific approach and highlight the need
to consider embryonic origins when considering SMC biology.

One of the most exciting uses of human PSC-derived SMC systems is in modelling human vascular
diseases in vitro using patient-derived induced PSCs. Since it is generally difficult to obtain human
vascular tissues, and tissues obtained at the time of surgery usually represent end-stage disease,
then an in vitro system enables an unprecedented analysis of early mechanisms that may be driving
the disease and be amenable to therapy. Initial studies on SMCs examined genetic diseases such as
Hutchinson-Gilford Progeria syndrome!°>1% and Williams-Beuren syndrome!®4. These resulted in key
insights into the cellular and molecular pathologies that develop in these conditions and the in vitro
platform then offers a system to screen for and test new therapies. However, limitations such as the
precise type of SMC generated, an inability to account for the localised nature of some of these
conditions and a lack of rigorous isogenic control lines remained?®.

We recently addressed some of these limitations using the lineage specific system of SMC
generation to model the aortic abnormalities in Marfan syndrome. SMCs derived from iPSCs
generated from two patients with severe aortic disease recapitulated multiple phenotypical
abnormalities seen in the Marfan aorta including increased matrix metalloproteinase activity,
disruption and loss of extracellular microfibrils, reduction in SMC contraction and proliferation and
increased SMC death'%, We identified increased TGF-B signalling through both canonical Smad
pathway and the non-canonical ERK1/2 and p38. These structural, biochemical and functional
abnormalities were reversed on CRISPR/Cas9-mediated correction, verifying that the disease
phenotypes seen were indeed caused by the single nucleotide mutation. Importantly, treatment
with losaratan — an angiotensin receptor blocker that was highly promising in mouse studies, but
disappointing in recent clinical trials — was only able to rescue the extracellular matrix and
proliferative phenotypes, while cell death was regulated independently by p38 and KLF4. Cyclic
stretch exacerbated the disease phenotype through a B1-integrin mediated pathway, thus validating
a mechanosensory component of the disease mechanism. Intriguingly, the phenotypic abnormalities
were most severe in neural crest-derived SMCs, suggesting a developmental explanation for the
location of the aortic aneurysms in Marfan syndrome in the aortic root, ascending aorta and arch. In
fact the earliest onset of the aneurysm in this condition is in the aortic root, a region with extensive
overlap between secondary heart field and neural crest-derived SMCs. These observations support
the hypothesis that juxtaposition of SMCs of different embryonic origins may potentially be
detrimental to vascular health, and reinforce the importance of using lineage specific SMC systems
for disease models.



These iPSC-based strategies could also be used with other genetically mediated aortic syndromes,
such as Loeys-Dietz or vascular Ehlers-Danlos syndromes. Given the principal location of Loeys-Dietz
aneurysms in the aortic root and ascending aorta, it is likely that as for Marfan syndrome, there will
be differences in disease susceptibility in SMC of different embryonic origins. Indeed, the ‘Loeys-
Dietz paradox’ of loss of TGF-B function mutations leading to increased TGF-B signalling is postulated
to involve maladaptive compensatory responses in juxtaposed SMC populations’®#°, This hypothesis
could be tested in vitro using lineage specific SMC from patient-derived iPSCs. Conversely, the
aneurysmal distribution in vascular Ehlers-Danlos is more widespread and so it would be predicted
that all SMC lineages would display a disease phenotype equally. A lineage based disease modelling
approach also has value beyond single gene disorders. In the aortopathy associated with bicuspid
aortic valvel”, there were differences in contractility and maturation of SMCs from neural crest vs
paraxial mesoderm, including reduced canonical TGF-f signalling and increased mTOR activity in
neural crest-derived SMC. These findings shed light on the underlying abnormalities in this relatively
common condition and again suggested a developmental explanation for the distribution of the
disease.

Although many diseases have been studied using mouse or other animal models, these are not
always representative of human physiology or disease. In particular, animal models cannot replicate
the genetic context of patient derived cells that may be essential for disease development. For
example, genetic variants that affect noncoding regions of the genome frequently have no
corresponding mouse sequences. This is clearly illustrated by the findings of the recent genome wide
association studies. These have so far identified at least 58 variants that are associated with
cardiovascular disease. However, the majority of these variants are located in noncoding regions,
which are poorly homologous in mice, and the genes involved in the pathology are unknown?%,
Using hiPSC with and without the risk haplotypes may enable these variants to be investigated in a

human vascular context.

Recently the ability to efficiently carry out site specific single nucleotide changes using CRISPR/Cas

109 offers a

(clustered regularly interspaced short palindromic repeats-CRISPR associated) methods
powerful tool to validate causal variants'. This approach is based on a bacterial defence system
adapted for use in mammalian cells*'!2, Bacteria respond to infecting viruses by incorporating
foreign DNA into the bacterial genome as clusters of short repeats which can be used to provide
adaptive immunity. On reinfection, these clusters are transcribed and act as guides for Cas proteins
that will target and interfere with the identified invading DNA. Using the same approach, mutations
may also be introduced into wild type PSCs to create disease models obviating the need for patient
samples. It should be noted however that one advantage of patient derived iPSCs is that the extent
of clinical disease is usually clear; with ‘patient-free’ in vitro engineered disease models it would not

be clear in advance whether the genetic background would be permissive for disease development.

Other translational fields where SMC lineage may be relevant include vascular regeneration and new
drug testing. hPSC-derived SMC are being used to regenerate or tissue-engineer both large vessels

113-115 To date no studies have compared the use of different lineage

and the microvasculature
specific SMC, although given their distinct biological properties it is likely that there will be distinct
functional responses depending on the mural cell origin resulting in different vessel properties. As a
first attempt at this question, Bargehr and colleagues found that SMC derived from hPSCs supported

network formation by endothelial cells in vitro and that the extent of support varied according to the



embryonic origin of the SMC!®, Differential expression of a range of angiogenic factors such as
midkine, mediated the differential supportive properties of distinct SMC lineages. While the
developmental significance of these findings is unclear, the results have implications for
regenerative medicine strategies where vascular regeneration is planned. In terms of drug testing,
lineage specific neuroectoderm-derived SMC have recently been used in an endothelial cell co-
culture system that includes physiological or pathological shear stress when testing compounds*?’.
While this study was the first to compare hiPSC-derived SMC and endothelial cells with primary cells
and validated the use of these in vitro generated cells for drug testing, further studies comparing the

responses of multiple different lineages would be revealing.

Although PSC based strategies for generating lineage specific SMCs offer great promise for
understanding regional variations in disease development, the underlying mechanisms and testing
new drugs, there are a number of limitations that need to be borne in mind when using this
approach. The most important consideration is to what extent the in vitro findings reflect in vivo
events. It is inevitably difficult to replicate the multiplicity of other non-SMC that may interact with
SMC in the vessel wall, although endothelial cell co-cultures are a first step in this direction®?’.
Furthermore effects of vessel wall structure, blood flow and cyclic stretch should be borne in mind
and can be modelled in vitro to some extent!?®!17118 |ndeed tissue engineered vessels offer the
opportunity to study several of these factors in an integrated manner, although they suffer from
usually being low throughput and time-intensive*3. Another consideration is the extent to which
embryonic differences are maintained in the adult vasculature. Pfalzgraf and colleagues have
described a loss of the transcriptional and phenotypic differences seen in embryonic aortas when re-
examined in adult mice!'®. These findings are somewhat controversial due to possible cellular
heterogeneity in the adult tissues used for transcriptional analyses and the use of immortalised SMC
lines, and need further validation. Nevertheless, they raise the interesting idea of phenotypic
convergence in adult vessels, although since embryonic genes are frequently re-expressed in
disease, then differences mediated by embryonic origin may still have a role in regulating adult
disease.

5.2 Zebrafish as model system to study mural cell origin in vertebrates

The zebrafish (Danio Rerio) has emerged in recent years as an excellent vertebrate model organism
to study a wide variety of biological processes. Some of the advantages of the zebrafish model
system include high fecundity, external fertilization, rapid development and optical clarity. Last, but
not least, zebrafish has low-cost maintenance compared to other vertebrate model systems. The
importance of zebrafish for cardiovascular research relies on some unique characteristics such as the
early development of a functional cardiovascular system (beating heart, aorta, cardinal vein, and
blood) that is already formed by 24 hours post fertilization (hpf). Since the zebrafish embryo is
relatively small and aquatic, oxygen can diffuse passively through tissues and thus embryos can live
up to three days without a functional cardiovascular system?%12!, This allows genetic manipulation
of cardiovascular development for longer than would be possible in mammals, where the absence of
a functional cardiovascular system is fatal during its early development.

A major advantage of the zebrafish system is the combination of optical clarity and simple
transgenics, which has resulted in a powerful model system for analysing the molecular basis of



development. Until 5 days post fertilization (dpf), zebrafish embryos are nearly transparent, allowing
in vivo visualization (even at single cell resolution) of the heart, blood vessels, as well as other
tissues, without instrumentation or manipulation other than the use of a stereomicroscope.
Furthermore, the generation of tissue-specific transgenic lines is relatively easy. Such a method
usually uses a native tissue-specific promoter to drive expression of a fluorescent reporter protein,
such as green fluorescent protein or mCherry. Coupled with impressive optical clarity, these
transgenic lines allow observation of in vivo cellular behaviour in a way impossible in other models.
Transparent zebrafish embryos are also well suited for in vivo time-lapse imaging. The fast
acquisition speed of a spinning disk and 2-photon confocal microscopy reduces the recording time
significantly when millimeter-sized embryos need to be imaged at high resolution and at short time
intervals. Light Sheet Fluorescence Microscopy could also be very useful in zebrafish!?2, These
attributes, including the possibility of carrying out gain- and loss-of-function studies, have led to the
emergence of the zebrafish as an excellent embryological model that provides a unique opportunity
to uncover novel insights into the molecular genetics of endothelial and mural cell development?,
It should be noted that in early zebrafish development, due to the lack of specific reagents for
characterization of vascular basement membrane as well as the lack of selective markers for
mesenchymal cells associated with blood vessels, it is difficult to label cells definitively as pericytes
or SMCs so we use the more general term: mural cell.

In the beginning we showed that zebrafish embryos develop mural cells that share many of the
morphological, molecular and functional characteristics of mammalian mural cells *?4. This Initial
investigation has been essential to other investigations using the zebrafish model to study the
biology of vascular mural cells®#12>126 Early zebrafish mural cells expressed characteristic
SMC/pericyte markers such as PDGFR-B, ACTA2 and Transgelin. Other well-known mammalian
pericyte markers such as NG2, RGS5 and CD146 has never been tested in zebrafish due to the lack of
species-specific reagents. Dorsal aorta mural cells appeared to originate from the lateral plate
mesoderm on the ventral side of the dorsal aorta, suggesting evolutionary conservation of
embryonic origin and function!?1%5, Subsequently, specific transgenic fish were generated and used
to trace the live development of mural cells in embryonic and larval stages. Acta2, pdgfr and tagln-
based transgenic animals are currently available to follow vascular SMC and pericyte recruitment
from early stages of development to adulthood'?>7128,

Recently, by using live imaging of mural cells and by lineage tracing in vivo Ando and colleagues
illustrate the developmental origins and biology by which mural cells develop and cover endothelial
cells in zebrafish embryos'®. They show that in cranial vessels and in the aortic arches mural cells
were derived from neural crest cells, while vessels in the hind brain were of mesoderm origin. In the
trunk vasculature, mural cells derived from mesoderm covered the ventral side of the dorsal aorta
(DA), but not the posterior cardinal vein'?*'%, Furthermore, live imaging clarified that mesoderm-
derived mural cells are induced and recruited at the ventral portion of the dorsal aorta and then
migrate from the dorsal aorta around intersegmental vessels (ISVs) preferentially covering arterial
rather than venous ISVs. These findings suggest that arterial endothelial cells promote greater mural

cell recruitment and maturation compared to their venous counterparts!?>128,

During cardiovascular development mural cells appear shortly after the onset of circulation of blood
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flow'*?. As consequence, mural cell coverage and mechanical signalling promote accumulation of

extracellular matrix and vessel’s wall maturation?. Recently, the role of flow-dependent forces and



primary cilia in vascular mural cell coverage of developing vessels in zebrafish embryos has also been
investigated!?®. By using advanced genetic tools it has been shown that mural cells are recruited by
arterial-fated vessels and that this process is strictly dependent on selective hemodynamic-
dependent arterial Notch signalling. This flow-dependent Notch activation and the associated
endothelial genetic program are driven by endothelial primary cilia as determined by tissue-specific
CRISPR gene targeting. Ultimately, zebrafish foxclb was identified as a cilia-dependent Notch
specific target that is required in endothelial cells to drive mural cell coverage in a flow-dependent
manner!?®, These data offer a novel hemodynamic-dependent mechanism driving vascular
myogenesis in developing vasculature that may provide a new and better understanding of
endothelial and mural cell interaction in health and in disease.

Most studies in zebrafish that have examined vascular disease have focused on endothelial
patterning and blood components!*. However, the SMC developmental homology between
zebrafish and mammals and the potential advantages of high-resolution imaging and tissue-specific
genetic approaches raise the prospect of using the zebrafish to study the genetics of vascular SMC-
related human diseases. It has been shown that in zebrafish mural cells surrounding brain central
arteries are Notch3 dependent for proliferation and integrity®*. Zebrafish Notch3 mutants display
both cerebral hemorrhages and pericyte loss supporting a mechanism whereby in zebrafish Notch3
promotes mural cell integrity and models CADASIL human disease.

Challenges to such an approach in zebrafish may include the relative sparsity of mural cells in the
zebrafish vasculature, the low pressure arterial environment and the lack of optical clarity in adult
fish. Nevertheless, the zebrafish model has been used to provide insights into thoracic aortic
aneurysm development. Rare variants in MAT2A and FOXE3 have been identified that were
associated with familial thoracic aneurysms®31132, Knockdown of the orthologous gene in zebrafish
led to abnormalities in aortic arch development, which were rescued by the wild type human MAT2A
or FOXE3 to a greater extent than by the mutant versions. It wasn’t clear in these studies whether
the defect was solely in endothelial cell patterning or whether there were primary defects in the
developing arch mural cells. However, FOXE3 was investigated further in a mouse model which
showed reduced medial SMC numbers, density and SMC marker expression in the ascending aorta
and arch along with an increased propensity to SMC death and rupture in response to transverse
aortic constriction. More detailed studies of the role of mural cells in zebrafish models of aortic
aneurysms would clarify the utility of the zebrafish system for SMC disease modelling.

There are some limitations with the zebrafish system as mentioned above with a relative sparsity of
mural cell density and loss of optical clarity in adults. In addition, mammalian antibodies frequently
do not cross react with fish antigens and require either the development of fish-specific antibodies
or the use of in situ hybridisation or transgenic reporter techniques. Finally, genome duplication
events after evolutionary divergence of zebrafish and land-based invertebrates results in either a
lack or duplication of orthologous human genes!*. Accordingly, the absence of conditional knock-
out and knock-in technology still represents a weakness of this model system. Despite these issues,
the many advantages of the zebrafish system render it a powerful and exciting new model for
studying the role of mural cell lineage on vascular development and disease.

6. Summary and Conclusions



A key question in vascular biology is how the diversity of origin of mural cells influences vessel
properties, in particular the regional propensity to vascular diseases. There is now increasing
evidence that the mechanisms regulating development and function of distinct vascular regions
depends on their embryological origins. Moreover, pathological responses appear to be influenced
by the origin of the SMC or pericytes involved. The challenge to the field is to identify in detail the
effects of mural cell lineage as distinct from other undeniably important factors such as prevailing
haemodynamics and vessel wall structure. To facilitate these studies, we have highlighted 2 new
models. First, human PSCs enable the generation of lineage specific SMC in vitro, providing
opportunities for comprehensive in vitro analyses of development and disease on a human genetic
background. Secondly, the zebrafish model combines the power of an in vivo system with
unmatched access to live imaging of the developing vasculature. These and other model systems
offer the prospect of new understanding of disease mechanisms and new therapies for a range of
vascular diseases.
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Figure legends
Figure: 1. Schematic representation of vascular mural cell origin during development.

Fate mapping studies identify a highly mosaic distribution of mural cells with different
developmental origins for vascular smooth muscle and pericytes. Neural crest cells contribute to
mural cells of the aortic root, ascending aorta, arch and branches as well as pulmonary trunk (not
shown). Lateral plate mesoderm (LPM) gives rise to secondary heart field and the base of the aortic
root, as well as to the proepicardium. The proepicardium is a developmentally complex structure
that also has origins from the septum transversum (ST), a rostral mesodermal structure that folds to
lie between the developing heart and liver. During early cardiac development, the proepicardium
forms the epicardium, a mesothelial structure around the developing heart, which contributes to the
coronary arteries and to coronary pericytes. Paraxial mesoderm (PM) gives rise to the somites, which
contribute to the descending aorta and its distal branches.

Figure 2: Thoracic and abdominal aortic aneurysms.

Aortic aneurysms, caused by weakness and dilatation of the vessel wall, are commonly seen in the
aortic root and ascending aorta or in the abdominal aorta. Thoracic aneurysms are prone to
dissection; classified as type A for those that involve the ascending aorta and arch and type B when
only the descending aorta is involved. The sites of dissection (arrows) occur frequently at the
sinotubular junction or at the aortic isthmus, regions where there is juxtaposition of SMC of different
embryonic origins.



Acknowledgements

This work is supported by the ERC-Consolidator Grant Rendox (647057) and AIRC grant (IG 20119) to

MMS and by a British Heart Foundation Senior Fellowship (FS/13/29/30024) to SS.

References

10.

11.

12.

Townsend N, Nichols M, Scarborough P, Rayner M. Cardiovascular disease in Europe--
epidemiological update 2015. Eur Heart J England; 2015;36:2696—2705.

Wagenseil JE, Mecham RP. Vascular extracellular matrix and arterial mechanics. Physiol Rev
United States; 2009;89:957—989.

VanderLaan PA, Reardon CA, Getz GS. Site specificity of atherosclerosis: site-selective
responses to atherosclerotic modulators. Arterioscler Thromb Vasc Biol 2004;24:12-22.

Crisan M, Yap S, Casteilla L, Chen C-W, Corselli M, Park TS, Andriolo G, Sun B, Zheng B, Zhang
L, Norotte C, Teng P-N, Traas J, Schugar R, Deasy BM, Badylak S, Buhring H-J, Giacobino J-P,
Lazzari L, Huard J, Péault B. A perivascular origin for mesenchymal stem cells in multiple
human organs. Cell Stem Cell 2008;3:301-313.

Guimardes-Camboa N, Cattaneo P, Sun Y, Moore-Morris T, Gu Y, Dalton ND, Rockenstein E,
Masliah E, Peterson KL, Stallcup WB, Chen J, Evans SM. Pericytes of Multiple Organs Do Not
Behave as Mesenchymal Stem Cells In Vivo. Cell Stem Cell 2017;20:345—-359.e5.

Chung AS, Ferrara N. Developmental and pathological angiogenesis. Annu Rev Cell Dev Biol
2011;27:563-584.

Carmeliet P. Mechanisms of angiogenesis and arteriogenesis. Nat Med 2000;6:389-395.

Gaengel K, Genové G, Armulik A, Betsholtz C. Endothelial-mural cell signaling in vascular
development and angiogenesis. Arterioscler Thromb Vasc Biol 2009;29:630-638.

Carmeliet P, Ferreira V, Breier G, Pollefeyt S, Kieckens L, Gertsenstein M, Fahrig M,
Vandenhoeck A, Harpal K, Eberhardt C, Declercq C, Pawling J, Moons L, Collen D, Risau W,
Nagy A. Abnormal blood vessel development and lethality in embryos lacking a single VEGF
allele. Nature 1996;380:435-439.

Ferrara N, Carver-Moore K, Chen H, Dowd M, Lu L, O’Shea KS, Powell-Braxton L, Hillan KJ,
Moore MW. Heterozygous embryonic lethality induced by targeted inactivation of the VEGF
gene. Nature 1996;380:439-442.

Wasteson P, Johansson BR, Jukkola T, Breuer S, Akyurek LM, Partanen J, Lindahl P.
Developmental origin of smooth muscle cells in the descending aorta in mice. Development
2008;135:1823-1832.

Pouget C, Pottin K, Jaffredo T. Sclerotomal origin of vascular smooth muscle cells and



13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

pericytes in the embryo. Dev Biol 2008;315:437-447.

Duband JL, Gimona M, Scatena M, Sartore S, Small J V. Calponin and SM 22 as differentiation
markers of smooth muscle: spatiotemporal distribution during avian embryonic
development. Differentiation 1993;55:1-11.

Li DY, Brooke B, Davis EC, Mecham RP, Sorensen LK, Boak BB, Eichwald E, Keating MT. Elastin
is an essential determinant of arterial morphogenesis. Nature 1998;393:276—280.

Miano JM, Cserjesi P, Ligon KL, Periasamy M, Olson EN. Smooth muscle myosin heavy chain
exclusively marks the smooth muscle lineage during mouse embryogenesis. Circ Res
1994,;75:803-812.

Ozerdem U, Grako KA, Dahlin-Huppe K, Monosov E, Stallcup WB. NG2 proteoglycan is
expressed exclusively by mural cells during vascular morphogenesis. Dev Dyn 2001;222:218—
227.

Hedin U, Bottger BA, Forsberg E, Johansson S, Thyberg J. Diverse effects of fibronectin and
laminin on phenotypic properties of cultured arterial smooth muscle cells. J Cell Biol
1988;107:307-319.

Thyberg J, Hultgdrdh-Nilsson A. Fibronectin and the basement membrane components
laminin and collagen type IV influence the phenotypic properties of subcultured rat aortic
smooth muscle cells differently. Cell Tissue Res 1994;276:263-271.

Hirst SJ, Twort CH, Lee TH. Differential effects of extracellular matrix proteins on human
airway smooth muscle cell proliferation and phenotype. Am J Respir Cell Mol Biol
2000;23:335-344,

Rensen SSM, Doevendans PAFM, Eys GJJM van. Regulation and characteristics of vascular
smooth muscle cell phenotypic diversity. Neth Heart J 2007;15:100-108.

Alexander MR, Owens GK. Epigenetic control of smooth muscle cell differentiation and
phenotypic switching in vascular development and disease. Annu Rev Physiol 2012;74:13-40.

Moiseeva EP. Adhesion receptors of vascular smooth muscle cells and their functions.
Cardiovasc Res 2001;52:372-386.

MacK CP. Signaling mechanisms that regulate smooth muscle cell differentiation. Arterioscler
Thromb Vasc Biol 2011;31:1495-1505.

Korn J, Christ B, Kurz H. Neuroectodermal origin of brain pericytes and vascular smooth
muscle cells. J Comp Neurol United States; 2002;442:78—88.

Hughes S, Chan-Ling T. Characterization of smooth muscle cell and pericyte differentiation in
the rat retina in vivo. Invest Ophthalmol Vis Sci 2004;45:2795-2806.

Armulik A, Genové G, Mae M, Nisancioglu MH, Wallgard E, Niaudet C, He L, Norlin J, Lindblom
P, Strittmatter K, Johansson BR, Betsholtz C. Pericytes regulate the blood-brain barrier.
Nature 2010;468:557-561.

Hellerbrand C. Hepatic stellate cells--the pericytes in the liver. Pflugers Arch 2013;465:775—
778.

Dijk CGM van, Nieuweboer FE, Pei JY, Xu YJ, Burgisser P, Mulligen E van, Azzouzi H el, Duncker
DJ, Verhaar MC, Cheng C. The complex mural cell: pericyte function in health and disease. Int



29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

J Cardiol 2015;190:75-89.

Murfee WL, Skalak TC, Peirce SM. Differential arterial/venous expression of NG2
proteoglycan in perivascular cells along microvessels: identifying a venule-specific phenotype.
Microcirculation United States; 2005;12:151-160.

Shen EM, McCloskey KE. Development of Mural Cells: From In Vivo Understanding to In Vitro
Recapitulation. Stem Cells Dev 2017;26:1020-1041.

Majesky MW. Developmental basis of vascular smooth muscle diversity. Arterioscler Thromb
Vasc Biol 2007;27:1248-1258.

Lievre CS Le, Douarin NM Le. Mesenchymal derivatives of the neural crest: analysis of
chimaeric quail and chick embryos. J Embryol Exp Morphol 1975;34:125-154.

Yablonka-Reuveni Z, Schwartz SM, Christ B. Development of chicken aortic smooth muscle:
expression of cytoskeletal and basement membrane proteins defines two distinct cell
phenotypes emerging from a common lineage. Cell Mol Biol Res 1995;41:241-249.

Harmon AW, Nakano A. Nkx2-5 lineage tracing visualizes the distribution of second heart
field-derived aortic smooth muscle. Genesis. United States; 2013. p. 862—-869.

Pouget C, Gautier R, Teillet M-A, Jaffredo T. Somite-derived cells replace ventral aortic
hemangioblasts and provide aortic smooth muscle cells of the trunk. Development
2006;133:1013-1022.

Bergwerff M, Verberne ME, DeRuiter MC, Poelmann RE, Gittenberger-de Groot AC. Neural
crest cell contribution to the developing circulatory system: implications for vascular
morphology? Circ Res 1998;82:221-231.

Heglind M, Cederberg A, Aquino J, Lucas G, Ernfors P, Enerback S. Lack of the central nervous
system- and neural crest-expressed forkhead gene Foxs1 affects motor function and body
weight. Mol Cell Biol 2005;25:5616—-5625.

Wilm B, Ipenberg A, Hastie ND, Burch JBE, Bader DM. The serosal mesothelium is a major
source of smooth muscle cells of the gut vasculature. Development 2005;132:5317-5328.

Asahina K, Zhou B, Pu WT, Tsukamoto H. Septum transversum-derived mesothelium gives rise
to hepatic stellate cells and perivascular mesenchymal cells in developing mouse liver.
Hepatology 2011;53:983-995.

Que J, Wilm B, Hasegawa H, Wang F, Bader D, Hogan BLM. Mesothelium contributes to
vascular smooth muscle and mesenchyme during lung development. Proc Natl Acad Sci U S A
2008;105:16626—-16630.

Hellstrom M, Kalén M, Lindahl P, Abramsson A, Betsholtz C. Role of PDGF-B and PDGFR-beta
in recruitment of vascular smooth muscle cells and pericytes during embryonic blood vessel
formation in the mouse. Development 1999;126:3047—-3055.

Shigematsu K, Koyama H, Olson NE, Cho a., Reidy M a. Phosphatidylinositol 3-Kinase
Signaling Is Important for Smooth Muscle Cell Replication After Arterial Injury. Arterioscler
Thromb Vasc Biol 2000;20:2373-2378.

Olson LE, Soriano P. Increased PDGFRalpha activation disrupts connective tissue development
and drives systemic fibrosis. Dev Cell 2009;16:303-313.



44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54,

55.

56.

57.

Lindblom P, Gerhardt H, Liebner S, Abramsson A, Enge M, Hellstrom M, Backstrom G,
Fredriksson S, Landegren U, Nystrom HC, Bergstrom G, Dejana E, Ostman A, Lindahl P,
Betsholtz C. Endothelial PDGF-B retention is required for proper investment of pericytes in
the microvessel wall. Genes Dev 2003;17:1835-1840.

Levéen P, Pekny M, Gebre-Medhin S, Swolin B, Larsson E, Betsholtz C. Mice deficient for PDGF
B show renal, cardiovascular, and hematological abnormalities. Genes Dev 1994;8:1875—
1887.

Hellstrom M, Gerhardt H, Kalen M, Li X, Eriksson U, Wolburg H, Betsholtz C. Lack of pericytes
leads to endothelial hyperplasia and abnormal vascular morphogenesis. J Cell Biol United
States; 2001;153:543-553.

Benjamin LE, Hemo |, Keshet E. A plasticity window for blood vessel remodelling is defined by
pericyte coverage of the preformed endothelial network and is regulated by PDGF-B and
VEGF. Development 1998;125:1591-1598.

Nissen LJ, Cao R, Hedlund E-M, Wang Z, Zhao X, Wetterskog D, Funa K, Brakenhielm E, Cao Y.
Angiogenic factors FGF2 and PDGF-BB synergistically promote murine tumor
neovascularization and metastasis. J Clin Invest 2007;117:2766-2777.

Greif DM, Kumar M, Lighthouse JK, Hum J, An A, Ding L, Red-Horse K, Espinoza FH, Olson L,
Offermanns S, Krasnow MA. Radial construction of an arterial wall. Dev Cell 2012;23:482-493.

Luo K. Signaling cross talk between TGF-??/Smad and other signaling pathways. Cold Spring
Harb. Perspect. Biol. 2017.

Goumans M-J, Dijke P Ten. TGF- Signaling in Control of Cardiovascular Function. Cold Spring
Harb Perspect Biol 2017;1-39.

Yamazaki T, Nalbandian A, Uchida Y, Li W, Arnold TD, Kubota Y, Yamamoto S, Ema M,
Mukouyama Y suke. Tissue Myeloid Progenitors Differentiate into Pericytes through TGF-??
Signaling in Developing Skin Vasculature. Cell Rep 2017;18:2991-3004.

LiF, LanY, Wang Y, Wang J, Yang G, Meng F, Han H, Meng A, Wang Y, Yang X. Endothelial
Smad4 Maintains Cerebrovascular Integrity by Activating N-Cadherin through Cooperation
with Notch. Dev Cell 2011;20:291-302.

Xie W-B, Li Z, Shi N, Guo X, Tang J, Ju W, Han J, Liu T, Bottinger EP, Chai Y, Jose P a, Chen S-Y.
Smad?2 and myocardin-related transcription factor B cooperatively regulate vascular smooth
muscle differentiation from neural crest cells. Circ Res 2013;113:e76-86.

Oh J, Richardson JA, Olson EN. Requirement of myocardin-related transcription factor-B for
remodeling of branchial arch arteries and smooth muscle differentiation. Proc Natl Acad Sci U
S A 2005;102:15122-15127.

LiJ, Zhu X, Chen M, Cheng L, Zhou D, Lu MM, Du K, Epstein JA, Parmacek MS. Myocardin-
related transcription factor B is required in cardiac neural crest for smooth muscle
differentiation and cardiovascular development. Proc Natl Acad Sci U S A 2005;102:8916—
8921.

Topouzis S, Majesky MW. Smooth muscle lineage diversity in the chick embryo. Two types of
aortic smooth muscle cell differ in growth and receptor-mediated transcriptional responses
to transforming growth factor-beta. Dev Biol 1996;178:430—-445.



58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

Owens AP, Subramanian V, Moorleghen JJ, Guo Z, McNamara CA, Cassis LA, Daugherty A.
Angiotensin Il induces a region-specific hyperplasia of the ascending aorta through regulation
of inhibitor of differentiation 3. Circ Res 2010;106:611-619.

Baeten JT, Lilly B. Notch Signaling in Vascular Smooth Muscle Cells. 1st ed. Vascul. Pharmacol.
Elsevier Inc.; 2017.

Scheppke L, Murphy EA, Zarpellon A, Hofmann JJ, Merkulova A, Shields DJ, Weis SM, Byzova T
V, Ruggeri ZM, Iruela-Arispe ML, Cheresh DA. Notch promotes vascular maturation by
inducing integrin-mediated smooth muscle cell adhesion to the endothelial basement
membrane. Blood 2012;119:2149-2158.

Manderfield LJ, High FA, Engleka KA, Liu F, Li L, Rentschler S, Epstein JA. Notch activation of
Jagged1 contributes to the assembly of the arterial wall. Circulation 2012;125:314-323.

Baeten JT, Lilly B. Notch Signaling in Vascular Smooth Muscle Cells. Adv Pharmacol
2017;78:351-382.

Granata A, Bernard WG, Zhao N, Mccafferty J, Lilly B, Sinha S. Temporal and embryonic
lineage-dependent regulation of human vascular SMC development by NOTCH3. Stem Cells
Dev United States; 2015;24:846—-856.

Wang YY, Pan LY, Moens CB, Appel B. Notch3 establishes brain vascular integrity by regulating
pericyte number. Dev 2014;141.

JiY, Chen S, Xiang B, Li Y, Li L, Wang Q. Jagged1/Notch3 Signaling Modulates Hemangioma-
Derived Pericyte Proliferation and Maturation. Cell Physiol Biochem 2016;40:895—907.

Arboleda-Velasquez JF, Primo V, Graham M, James A, Manent J, D’Amore PA. Notch signaling
functions in retinal pericyte survival. Investig Ophthalmol Vis Sci 2014;55:5191-5199.

Kofler NM, Cuervo H, Uh MK, Murtomaki A, Kitajewski J. Combined deficiency of Notchl and
Notch3 causes pericyte dysfunction, models CADASIL, and results in arteriovenous
malformations. Sci Rep 2015;5:16449.

Cappellari O, Benedetti S, Innocenzi A, Tedesco FS, Moreno-Fortuny A, Ugarte G, Lampugnani
MG, Messina G, Cossu G. DIl4 and PDGF-BB Convert Committed Skeletal Myoblasts to
Pericytes without Erasing Their Myogenic Memory. Dev Cell 2013;24:586-599.

DeBakey ME, Glaeser DH. Patterns of atherosclerosis: effect of risk factors on recurrence and
survival-analysis of 11,890 cases with more than 25-year follow-up. Am J Cardiol
2000;85:1045-1053.

McGill HC, McMahan CA, Herderick EE, Tracy RE, Malcom GT, Zieske AW, Strong JP. Effects of
coronary heart disease risk factors on atherosclerosis of selected regions of the aorta and
right coronary artery. PDAY Research Group. Pathobiological Determinants of Atherosclerosis
in Youth. Arterioscler Thromb Vasc Biol 2000;20:836—845.

McGill HCJ, McMahan CA, Zieske AW, Sloop GD, Walcott J V, Troxclair DA, Malcom GT, Tracy
RE, Oalmann MC, Strong JP. Associations of coronary heart disease risk factors with the
intermediate lesion of atherosclerosis in youth. The Pathobiological Determinants of
Atherosclerosis in Youth (PDAY) Research Group. Arterioscler Thromb Vasc Biol United States;
2000;20:1998-2004.

Sims FH. Discontinuities in the internal elastic lamina: a comparison of coronary and internal



73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

mammary arteries. Artery United States; 1985;13:127-143.

Harkness MLR, Harkness RD, McDonald DA. The Collagen and Elastin Content of the Arterial
Wall in the Dog. Proc R Soc B Biol Sci 1957;146:541-551.

Saouti N, Marcus JT, Vonk Noordegraaf A, Westerhof N. Aortic function quantified: the
heart’s essential cushion. J Appl Physiol United States; 2012;113:1285-1291.

Looker T, Berry CL. The growth and development of the rat aorta. Il. Changes in nucleic acid
and scleroprotein content. J Anat 1972;113:17-34.

Bendeck MP, Langille BL. Rapid accumulation of elastin and collagen in the aortas of sheep in
the immediate perinatal period. Circ Res 1991;69:1165-1169.

Jaussaud N, Chitsaz S, Meadows A, Wintermark M, Cambronero N, Azadani AN, Saloner DA,
Chuter TA, Tseng EE. Acute type A aortic dissection intimal tears by 64-slice computed
tomography: a role for endovascular stent-grafting? J Cardiovasc Surg (Torino) Italy;
2013;54:373-381.

Habashi JP, Judge DP, Holm TM, Cohn RD, Loeys BL, Cooper TK, Myers L, Klein EC, Liu G, Calvi
C, Podowski M, Neptune ER, Halushka MK, Bedja D, Gabrielson K, Rifkin DB, Carta L, Ramirez
F, Huso DL, Dietz HC. Losartan, an AT1 antagonist, prevents aortic aneurysm in a mouse
model of Marfan syndrome. Science United States; 2006;312:117-121.

Gallo EM, Loch DC, Habashi JP, Calderon JF, Chen Y, Bedja D, Erp C Van, Gerber EE, Parker SJ,
Sauls K, Judge DP, Cooke SK, Lindsay ME, Rouf R, Myers L, Colette M, Kent KC, Norris RA, Huso
DL, Dietz HC. Angiotensin Il-dependent TGF-A signaling contributes to Loeys-Dietz syndrome
vascular pathogenesis. J Clin Invest 2014;124:448—-460.

Lindsay ME, Dietz HC. Lessons on the pathogenesis of aneurysm from heritable conditions.
Nature 2011;473:308-316.

Wang Y, Ait-Oufella H, Herbin O, Bonnin P, Ramkhelawon B, Taleb S, Huang J, Offenstadt G,
Combadiere C, Rénia L, Johnson JL, Tharaux P-L, Tedgui A, Mallat Z. TGF-beta activity protects
against inflammatory aortic aneurysm progression and complications in angiotensin IlI-infused
mice. J Clin Invest 2010;120:422-432.

Li W, LiQ, JiaoY, Qin L, Ali R, Zhou J, Ferruzzi J, Kim RW, Geirsson A, Dietz HC, Offermanns S,
Humphrey ID, Tellides G. Tgfbr2 disruption in postnatal smooth muscle impairs aortic wall
homeostasis. J Clin Invest 2014;124:755-767.

Cook JR, Clayton NP, Carta L, Galatioto J, Chiu E, Smaldone S, Nelson CA, Cheng SH,
Wentworth BM, Ramirez F. Dimorphic Effects of Transforming Growth Factor-p Signaling
during Aortic Aneurysm Progression in Mice Suggest a Combinatorial Therapy for Marfan
Syndrome. Arterioscler Thromb Vasc Biol 2015;35:911-917.

Wei H, Hu JH, Angelov SN, Fox K, Yan J, Enstrom R, Smith A, Dichek DA. Aortopathy in a
Mouse Model of Marfan Syndrome Is Not Mediated by Altered Transforming Growth Factor B
Signaling. J Am Heart Assoc 2017;6.

Leroux-Berger M, Queguiner |, Maclel TT, Ho A, Relaix F, Kempf H. Pathologic calcification of
adult vascular smooth muscle cells differs on their crest or mesodermal embryonic origin. J
Bone Miner Res 2011;26:1543-1553.

Pruett ND, Visconti RP, Jacobs DF, Scholz D, McQuinn T, Sundberg JP, Awgulewitsch A.



87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

98.

99.

Evidence for Hox-specified positional identities in adult vasculature. BMC Dev Biol England;
2008;8:93.

Pruett ND, Hajdu Z, Zhang J, Visconti RP, Kern MJ, Wellik DM, Majesky MW, Awgulewitsch A.
Changing topographic Hox expression in blood vessels results in regionally distinct vessel wall
remodeling. Biol Open England; 2012;1:430-435.

Trigueros-Motos L, Gonzalez-Granado JM, Cheung C, Fernandez P, Sanchez-Cabo F, Dopazo A,
Sinha S, Andrés V. Embryological-origin-dependent differences in homeobox expression in
adult aorta: Role in regional phenotypic variability and regulation of NF-kB activity.
Arterioscler Thromb Vasc Biol 2013;33:1248-1256.

Glagov S, Zarins C, Giddens DP, Ku DN. Hemodynamics and atherosclerosis. Insights and
perspectives gained from studies of human arteries. Arch Pathol Lab Med 1988;112:1018—
1031.

Dash BC, Jiang Z, Suh C, Qyang Y. Induced pluripotent stem cell-derived vascular smooth
muscle cells: methods and application. Biochem J England; 2015;465:185-194.

Sinha S, lyer D, Granata A. Embryonic origins of human vascular smooth muscle cells:
implications for in vitro modeling and clinical application. Cell Mol Life Sci Switzerland;
2014;71:2271-2288.

Yamahara K, Sone M, Itoh H, Yamashita JK, Yurugi-Kobayashi T, Homma K, Chao T-H,
Miyashita K, Park K, Oyamada N, Sawada N, Taura D, Fukunaga Y, Tamura N, Nakao K.
Augmentation of neovascularization [corrected] in hindlimb ischemia by combined
transplantation of human embryonic stem cells-derived endothelial and mural cells. PLoS One
2008;3:e1666.

Ferreira LS, Gerecht S, Shieh HF, Watson N, Rupnick M a, Dallabrida SM, Vunjak-Novakovic G,
Langer R. Vascular progenitor cells isolated from human embryonic stem cells give rise to
endothelial and smooth muscle like cells and form vascular networks in vivo. Circ Res
2007;101:286-294.

Hill KL, Obrtlikova P, Alvarez DF, King JA, Keirstead SA, Allred JR, Kaufman DS. Human
embryonic stem cell-derived vascular progenitor cells capable of endothelial and smooth
muscle cell function. Exp Hematol 2010;38:246-257.el.

Yang L, Soonpaa MH, Adler ED, Roepke TK, Kattman SJ, Kennedy M, Henckaerts E, Bonham K,
Abbott GW, Linden RM, Field LJ, Keller GM. Human cardiovascular progenitor cells develop
from a KDR+ embryonic-stem-cell-derived population. Nature 2008;453:524-528.

Orlova V V, Drabsch Y, Freund C, Petrus-Reurer S, Hil FE van den, Muenthaisong S, Dijke P
Ten, Mummery CL. Functionality of endothelial cells and pericytes from human pluripotent
stem cells demonstrated in cultured vascular plexus and zebrafish xenografts. Arterioscler
Thromb Vasc Biol United States; 2014;34:177-186.

Cheung C, Bernardo AS, Trotter MWB, Pedersen RA, Sinha S. Generation of human vascular
smooth muscle subtypes provides insight into embryological origin-dependent disease
susceptibility. Nat Biotechnol 2012;30:165-173.

Cheung C, Sinha S. Human embryonic stem cell-derived vascular smooth muscle cells in
therapeutic neovascularisation. J Mol Cell Cardiol 2011;51:651-664.

lyer D, Gambardella L, Bernard WG, Serrano F, Mascetti VL, Pedersen RA, Talasila A, Sinha S.



100.

101.

102.

103.

104.

105.

106.

107.

108.

109.

110.

111.

112.

113.

Robust derivation of epicardium and its differentiated smooth muscle cell progeny from
human pluripotent stem cells. Development 2015;142:1528-1541.

Krebs LT, Xue Y, Norton CR, Sundberg JP, Beatus P, Lendahl U, Joutel A, Gridley T.
Characterization of Notch3-deficient mice: normal embryonic development and absence of
genetic interactions with a Notch1 mutation. Genesis 2003;37:139-143.

Iribarren C, Sidney S, Sternfeld B, Browner WS. Calcification of the aortic arch: risk factors and
association with coronary heart disease, stroke, and peripheral vascular disease. JAMA
2000;283:2810-2815.

Zhang J, Lian Q, Zhu G, Zhou F, Sui L, Tan C, Mutalif RA, Navasankari R, Zhang Y, Tse HF,
Stewart CL, Colman A. A human iPSC model of hutchinson gilford progeria reveals vascular
smooth muscle and mesenchymal stem cell defects. Cell Stem Cell Elsevier Inc.; 2011;8:31—
45.

Liu G-H, Barkho BZ, Ruiz S, Diep D, Qu J, Yang S-L, Panopoulos AD, Suzuki K, Kurian L, Walsh C,
Thompson J, Boue S, Fung HL, Sancho-Martinez |, Zhang K, Yates J, Izpisua Belmonte JC.
Recapitulation of premature ageing with iPSCs from Hutchinson-Gilford progeria syndrome.
Nature 2011;472:221-225.

Ge X, Ren Y, Bartulos O, Lee MY, Yue Z, Kim K-Y, Li W, Amos PJ, Bozkulak EC, lyer A, Zheng W,
Zhao H, Martin KA, Kotton DN, Tellides G, Park I-H, Yue L, Qyang Y. Modeling supravalvular
aortic stenosis syndrome with human induced pluripotent stem cells. Circulation
2012;126:1695-1704.

Sinha S. Vascular disease in a dish: all the right ingredients? Circulation 2012;126:1676-1677.

Granata A, Serrano F, Bernard WG, McNamara M, Low L, Sastry P, Sinha S. An iPSC-derived
vascular model of Marfan syndrome identifies key mediators of smooth muscle cell death.
Nat Genet United States; 2017;49:97-109.

Jiao J, Xiong W, Wang L, Yang J, Qiu P, Hirai H, Shao L, Milewicz D, Chen YE, Yang B.
Differentiation defect in neural crest-derived smooth muscle cells in patients with aortopathy
associated with bicuspid aortic valves. EBioMedicine 2016;10:282-290.

Kessler T, Vilne B, Schunkert H. The impact of genome-wide association studies on the
pathophysiology and therapy of cardiovascular disease. EMBO Mol Med England;
2016;8:688-701.

Wright AV, Nufiez JK, Doudna JA. Biology and Applications of CRISPR Systems: Harnessing
Nature’s Toolbox for Genome Engineering. Cell 2016;164:29-44.

Hendriks WT, Warren CR, Cowan CA. Genome Editing in Human Pluripotent Stem Cells:
Approaches, Pitfalls, and Solutions. Cell Stem Cell United States; 2016;18:53-65.

Jinek M, Chylinski K, Fonfara I, Hauer M, Doudna JA, Charpentier E. A programmable dual-
RNA-guided DNA endonuclease in adaptive bacterial immunity. Science 2012;337:816-821.

Cong L, Ran FA, Cox D, Lin S, Barretto R, Habib N, Hsu PD, Wu X, Jiang W, Marraffini LA, Zhang
F. Multiplex genome engineering using CRISPR/Cas systems. Science 2013;339:819-823.

Sundaram S, One J, Siewert J, Teodosescu S, Zhao L, Dimitrievska S, Qian H, Huang AH,
Niklason L. Tissue-engineered vascular grafts created from human induced pluripotent stem
cells. Stem Cells Transl Med United States; 2014;3:1535-1543.



114.

115.

116.

117.

118.

119.

120.

121.

122.

123.

124.

125.

126.

127.

128.

Gui L, Dash BC, Luo J, Qin L, Zhao L, Yamamoto K, Hashimoto T, Wu H, Dardik A, Tellides G,
Niklason LE, Qyang Y. Implantable tissue-engineered blood vessels from human induced
pluripotent stem cells. Biomaterials 2016;102:120-129.

Gao L, Kupfer ME, Jung JP, Yang L, Zhang P, Sie Y Da, Tran Q, Ajeti V, Freeman BT, Fast VG,
Campagnola PJ, Ogle BM, Zhang J. Myocardial Tissue Engineering With Cells Derived From
Human-Induced Pluripotent Stem Cells and a Native-Like, High-Resolution, 3-Dimensionally
Printed Scaffold. Circ Res 2017;120:1318-1325.

Bargehr J, Low L, Cheung C, Bernard WG, lyer D, Bennett MR, Gambardella L, Sinha S.
Embryological Origin of Human Smooth Muscle Cells Influences Their Ability to Support
Endothelial Network Formation. Stem Cells Transl Med 2016;5:946-959.

Collado MS, Cole BK, Figler RA, Lawson M, Manka D, Simmers MB, Hoang S, Serrano F,
Blackman BR, Sinha S, Wamhoff BR. Exposure of Induced Pluripotent Stem Cell-Derived
Vascular Endothelial and Smooth Muscle Cells in Coculture to Hemodynamics Induces
Primary Vascular Cell-Like Phenotypes. Stem Cells Trans| Med 2017;6:1673-1683.

Lowenthal J, Gerecht S. Stem cell-derived vasculature: A potent and multidimensional
technology for basic research, disease modeling, and tissue engineering. Biochem Biophys Res
Commun United States; 2016;473:733-742.

Pfaltzgraff ER, Shelton EL, Galindo CL, Nelms BL, Hooper CW, Poole SD, Labosky PA, Bader
DM, Reese J. Embryonic domains of the aorta derived from diverse origins exhibit distinct
properties that converge into a common phenotype in the adult. J Mol Cell Cardiol England;
2014;69:88-96.

Zhong TP, Childs S, Leu JP, Fishman MC. Gridlock signalling pathway fashions the first
embryonic artery. Nature 2001;414:216-220.

Santoro MM. Zebrafish as a model to explore cell metabolism. Trends Endocrinol Metab
2014;25:546-554.

Huisken J, Stainier DYR. Selective plane illumination microscopy techniques in developmental
biology. Development 2009;136:1963—-1975.

Hogan BM, Schulte-Merker S. How to Plumb a Pisces: Understanding Vascular Development
and Disease Using Zebrafish Embryos. Dev Cell 2017;42:567-583.

Santoro MM, Pesce G, Stainier DY. Characterization of vascular mural cells during zebrafish
development. Mech Dev Ireland; 2009;126:638—649.

Ando K, Fukuhara S, Izumi N, Nakajima H, Fukui H, Kelsh RN, Mochizuki N. Clarification of
mural cell coverage of vascular endothelial cells by live imaging of zebrafish. Development
2016;143:1328-1339.

Stratman AN, Pezoa SA, Farrelly OM, Castranova D, Dye LE, Butler MG, Sidik H, Talbot WS,
Weinstein BM. Interactions between mural cells and endothelial cells stabilize the developing
zebrafish dorsal aorta. Development 2017;144:115-127.

Whitesell TR, Kennedy RM, Carter AD, Rollins E-L, Georgijevic S, Santoro MM, Childs SJ. An a-
smooth muscle actin (acta2/asma) zebrafish transgenic line marking vascular mural cells and
visceral smooth muscle cells. PLoS One 2014;9:€90590.

Chen X, Gays D, Milia C, Santoro MM. Cilia Control Vascular Mural Cell Recruitment in



129.

130.

131.

132.

133.

Vertebrates. Cell Rep 2017;18:1033-1047.

Volz KS, Jacobs AH, Chen HI, Poduri A, McKay AS, Riordan DP, Kofler N, Kitajewski J,
Weissman |, Red-Horse K. Pericytes are progenitors for coronary artery smooth muscle. Elife
2015;4.

Chico TJA, Ingham PW, Crossman DC. Modeling cardiovascular disease in the zebrafish.
Trends Cardiovasc Med United States; 2008;18:150-155.

Guo D, Gong L, Regalado ES, Santos-Cortez RL, Zhao R, Cai B, Veeraraghavan S, Prakash SK,
Johnson RJ, Muilenburg A, Willing M, Jondeau G, Boileau C, Pannu H, Moran R, Debacker J,
Bamshad MJ, Shendure J, Nickerson DA, Leal SM, Raman CS, Swindell EC, Milewicz DM.
MAT2A mutations predispose individuals to thoracic aortic aneurysms. Am J Hum Genet
United States; 2015;96:170-177.

Kuang S-Q, Medina-Martinez O, Guo D-C, Gong L, Regalado ES, Reynolds CL, Boileau C,
Jondeau G, Prakash SK, Kwartler CS, Zhu LY, Peters AM, Duan X-Y, Bamshad MJ, Shendure J,
Nickerson DA, Santos-Cortez RL, Dong X, Leal SM, Majesky MW, Swindell EC, Jamrich M,
Milewicz DM. FOXE3 mutations predispose to thoracic aortic aneurysms and dissections. J
Clin Invest United States; 2016;126:948-961.

Postlethwait JH. The zebrafish genome in context: ohnologs gone missing. J Exp Zool B Mol
Dev Evol United States; 2007;308:563-577.



Figure 1

Click here to download Figure(s) CVR-2017-808 (SLI
Sinha)Figure 1-01.tif

Heart fields

ST\ /

Proepicardium

v

Epicardium

<

L]


http://www.editorialmanager.com/cardiovascres/download.aspx?id=836546&guid=91808345-56a8-4a00-9a83-32957c107f69&scheme=1
http://www.editorialmanager.com/cardiovascres/download.aspx?id=836546&guid=91808345-56a8-4a00-9a83-32957c107f69&scheme=1

Figure 2

Normal aorta

Thoracic aortic
aneurysm

Abdominal aortic
aneurysm

Click here to download Figure(s) CVR-2017-808 (SLI
Sinha)Figure 2-01.tif

Type A dissection

Type B dissection

L]


http://www.editorialmanager.com/cardiovascres/download.aspx?id=836547&guid=d392e7f4-8a15-4c20-a510-798b01ad9658&scheme=1
http://www.editorialmanager.com/cardiovascres/download.aspx?id=836547&guid=d392e7f4-8a15-4c20-a510-798b01ad9658&scheme=1



