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Abstract
Functional vascularization is a key requirement for the development and function of most tissues,
and most critically cardiac muscle. Rapid and irreversible loss of cardiomyocytes during cardiac
infarction directly results from the lack of blood supply. Contractile cardiac grafts, engineered
using cardiovascular cells in conjunction with biomaterial scaffolds, are an actively studied
method for cardiac repair. In this article, we focus on biomaterial scaffolds designed to mediate
the development and maturation of vascular networks, by immobilized growth factors. The
interactive effects of multiple vasculogenic factors are discussed in the context of cardiac tissue
engineering.

Introduction
Native myocardium consists of cardiomyocytes, cardiac fibroblasts and endothelial cells
(ECs). Cardiomyocytes which comprise about 20-40% of the total cells by number, and
about 80-90% by volume, are multinucleated elongated cells aligned in parallel to the heart
wall. These aligned cardiomyocytes are interspaced by dense vascular network, with inter-
capillary distances being only 20 μm [1]. Essentially, every cardiomyocyte in adult heart is
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flanked between two capillaries. The extensive vascular network supports the high
metabolic activity of the heart by providing rapid exchange of nutrients, oxygen and
metabolites, over very short distances. The vascular network is essential for the survival and
function of all cells in the heart, through its role in mass transport and cell signaling.

The best illustration of the importance of blood flow for cardiac function is the sequence of
events that results from the interruption of blood flow, which triggers myocardial infarction.
The interruption of blood flow results in hypoxia - lack of oxygen supply to the cells,
causing the release of apoptotic factors and cell death. Upon myocardial infarction, a patient
can lose as much as 50 grams of cardiac muscle mass, which is significantly beyond the
regenerative capacity of adult heart. Following myocardial infarction, the heart undergoes a
three-step healing process characterized by the inflammatory, proliferative and maturation
phase. Within seconds of myocardial ischemia, hypoxia sets in the myocardium, and within
minutes, adenosine triphosphate (ATP) depletion of cardiomyocytes leads to an inability to
contract, and eventually necrosis of the myocytes. Dying cardiovascular cells release pro-
inflammatory signals, leading to rapid infiltration of neutrophils that begin to clear the cell
debris within the infarct. Within 24 hours, the myocardium is invaded by monocytes, which
phagocytose neutrophils, resulting in the release of cytokines (e.g., TGF-ß) that initiate
tissue remodeling [2]. In the next phase, the inflammatory response leads to the formation of
granulation tissue and eventually to the remodeling of myocardium into a fibrous scar.

Engineering of functional patches of cardiac tissue, using cardiovascular cells or their
progenitors in conjunction with biomaterial scaffolds and bioreactors, has been actively
explored for more than a decade, as a possible method for cardiac repair. Engineered heart
muscle must meet multiple functional criteria: (i) support physiologic levels of diastolic
loads, (ii) produce systolic forces sufficient to contract muscle and create the pressure for
pumping blood, (iii) have the ability to integrate both electrically and mechanically with the
host muscle, and (iv) contain functional vasculature that can connect to the vasculature of
the host. Vascularization is in a way the prerequisite for meeting all other requirements, as it
determines the survival and function of the grafted cells. An effective approach to achieving
vascularization is through the use of biomaterial scaffolds that are functionalized by
incorporation of multiple growth factors, which act in concert to first induce angiogenesis
and then stabilize and mature the new blood vessels.

In this Feature Article, we discuss biomaterial scaffolds for cardiac tissue engineering that
are specifically designed to mediate the development and maturation of vascular networks
by immobilized growth factors. Our focus is on interactive effects of immobilized vascular
endothelial growth factor (VEGF) and angiopoietin-1 (Ang-1) which are known to
respectively induce and stabilize vascular networks. We use examples from our recent
study [3] to document the use of these scaffolds to induce blood vessel formation in vitro and
in vivo.

Cardiac tissue engineering and the need for vascularization
Myocardial infarction causes irreversible damage to the cardiac muscle, which has only a
minimal ability to regenerate, as the terminally differentiated cardiomyocytes are arrested in
a post-mitotic state. A recent landmark paper [4], reported that cardiomyocytes do in fact
renew themselves at a rate of 1% per year during the first 25 years of life, and that this rate
decreases to only 0.45% per year by the age of 75. Remarkably, less than a half of the heart
cells we are born with is being replaced over the entire life span. Over the last two decades,
the field of cardiac tissue engineering has been striving to provide functional cardiac
constructs that can repair injured myocardium. Tissue engineering offers the possibility of
controlling cell differentiation and tissue assembly, by a coordinated use of three principle

Chiu et al. Page 2

Macromol Biosci. Author manuscript; available in PMC 2013 April 16.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



components: (1) cells, (2) biomaterial scaffold, and (3) bioreactor. Responding to the
signalling imparted by the scaffold and bioreactor, cardiogenic cells engineer new tissue, by
changing their phenotypes, forming intracellular junctions, interacting with the extracellular
matrix, and assembling tissue structure at all hierarchical levels.

Within the tissue engineering system, biomaterial scaffold provides a structural template for
the cells to adhere to and interact with each other, and an informational template by virtue of
incorporated regulatory factors and specifically tailored structural and mechanical
properties. Scaffolds can be engineered to interact with the cells, contain specific surface
ligands, release bioactive factors at pre-determined or cell-regulated rates, and to have
mechanical properties and degradation rates tailored to support the formation of a specific
tissue. For cardiac tissue engineering, scaffolds are intended to provide instructional and
temporary support to cells – inducing alignment, providing stiffness appropriate for
generating physiological forces, and degrading as the cells replace the scaffold with new
extracellular matrix proteins. Bioreactors are designed to provide environmental control and
regulatory factors (molecular, hydrodynamic, mechanical and electrical). Overall, the
cultivation of cells on scaffolds in bioreactors can provide the culture conditions conducive
to cardiac tissue formation in vitro.

Ideally, a scaffold for cardiac tissue engineering should mimic the native composition,
architecture and mechanical properties of the native heart matrix at certain developmental
stages. General design requirements include surface chemistry and morphology suitable for
cell attachment, high porosity (typically >95%) with a network of interconnected pores of an
appropriate size (~100 μm for most efficient cell seeding), structural properties (including
channels for vascularization, and structural anisotropy), and the biomechanical properties in
compression and tension. In recent years, passive scaffolding materials (permissive and
conducive to exogenous signals, but without specific bioactive roles) are now being replaced
with “cell-instructive” materials designed to mimic the native matrix and actively interact
with the cells at multiple levels, from molecular to cellular and tissue levels.

One “designer scaffold” has been designed using methods for “on the go” modifications of
hydrogel properties by laser light, after the cells have been encapsulated [5]. This method
enables geometrically precise degradation of hydrogel, and form channels for cell migration
or vascular conduits. Another “designer scaffold” was engineered to mimic the anisotropic
structure and biomechanics of cardiac muscle [6]. The scaffold material was a highly porous
degradable elastomer, with the tensile stiffness matching that of native rat myocardium. The
material was processed into an accordion-like honeycomb structure with geometric
properties designed to mimic the structural and biomechanical anisotropy of native heart
muscle. This scaffold induced the alignment and coupling of neonatal heart myocytes, and
resulted in direction-dependent contractile behavior, a situation much closer to native heart
tissue properties than it can be achieved with isotropic scaffolds. It will be interesting to see
if these scaffolds will also support the development of vascular networks, and be compatible
with the use of perfusion bioreactors, necessary for creating thick and compact tissue
grafts [7].

In terms of mechanical properties, it has been confirmed that cells exhibit their differentiated
phenotype on substrates that match the stiffness of their native ECM [8, 9]. Thus, it is also
thought that the function and morphological properties of the engineered heart tissue would
be physiological on substrates with stiffness comparable to that of the native heart. The
stiffness of the adult rat myocardium was reported to be ~70 kPa [10], while the stiffness of
the adult rat right ventricle was reported to be 54 ± 8 kPa in the circumferential direction and
20 ± 4 kPa in the longitudinal direction [11]. Adult rat left ventricle was measured to have
the stiffness of 18 ± 2 kPa by atomic force microscopy [12]. We recently found the stiffness
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of the neonatal (4.0-11.4 kPa) and adult rat myocardium (11.9-46.2 kPa) to be in a
reasonable agreement with the previously reported values [13]. Interestingly, when neonatal
rat heart cells were cultivated as monolayers of on substrates of the stiffness from 3-144
kPa, the group combining reasonable levels of electrical excitability and high contraction
force was the 50 kPa gel of stiffness consistent with the native heart. Substrate stiffness, also
influence the functional maturation of neonatal rat ventricular cardiomyocytes [14]. Jacot et
al demonstrated that the optimal sarcomere structure was obtained for cells on 10 kPa
substrates [14].

The main role of vascular supply is mass transport of nutrients, metabolites and regulatory
molecules to and from the cells, by a combination of convective flow (via large blood
vessels, over large distances) and molecular diffusion (between capillaries and the
surrounding tissue, over very short distances, down concentration gradients). The most
critical molecule is oxygen, due to its extremely low solubility in plasma (only ~ 7 mg/liter).
Reversible binding of oxygen to hemoglobin enables high rates of oxygen transport between
blood and tissues. To achieve sufficient mass transport through engineered tissues,
researchers have used perfusion-based tissue culture, channeled scaffolds, and oxygen
carriers [15-18]. Early studies characterized the diffusion limits of cardiac tissue, and
demonstrated that diffusional supply of oxygen (for example, into the tissue constructs that
are bathed in culture medium) can maintain cell viability only within an 100 μm outer layer
of the tissue, a thickness that is several hundred times smaller than the thickness of adult
human heart muscle.

Scaffold architectures can be adapted to enable the application of convective regimes of
oxygen transport. While medium flow through porous scaffolds enables higher cell survival,
direct perfusion resulted in non-physiologic shear stress on the cells. In native heart muscle,
blood flows through the vasculature lined with endothelial cells that are exposed to the shear
forces, while the muscle is shielded from these forces. Exposure of cardiomyocytes to shear
may affect their phenotypic stability and ability to form the necessary cell-matrix
interactions.

To provide a native-like oxygen supply, without exposing cells to hydrodynamic shear,
channeled scaffolds have been used as a means of mimicking vasculature [17]. Highly porous
elastomers were laser pierced to enable medium perfusion through the channels, rather than
through the cell-seeded bulk phase of the scaffold. While the channels made thus far have
been on the order of 200 μm in diameter, and spaced several hundred micrometers apart, in
vivo capillaries are on the order of 10 μm with intercapillary distances of 20 μm,
approximately one capillary between every two cardiomyocytes [1].

Patterning of high resolution features to create vascular structures at physiological density
and size within engineered heart muscle may be the next step forward in scaffold
development. The use of perfusion-based culture systems combined with other biophysical
signaling paradigms may further enhance engineering of thick, functional cardiac tissues for
large animal studies. One condition for the effective use of these systems is the development
of biomaterial scaffolds with high porosity and interconnected pores (to allow cell
attachment, and protect the cells from flow-induced hydrodynamic shear), and an array of
parallel channels (to allow organized flow of culture medium, and lumens for the attachment
of endothelial cells).

Thick and compact cardiac grafts can thus be engineered using channeled scaffolds and
perfusion bioreactors. While this approach improves the viability of the cardiac patches in
vitro, it does not sustain patch viability once grafted into the patient. The vascularization of
the patch requires the infiltration and growth of blood vessels into the patch, which is a very
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slow process. An alternative solution is to design a physiologically interactive replacement
consisting of functional blood vessels for the injured vascular tissue. By inducing
vascularization within the engineered tissue in vitro prior to implantation, limited transport
capacity of oxygen and nutrients into the tissue could be overcome, thus improving its
survival both in vitro and in vivo.

Several approaches have been previously investigated to engineer vascularized cardiac
tissues [19-21]. In one approach [19], functional myocardial tissues of up to 1mm in thickness
were engineered by a polysurgery approach, in which cardiomyocyte sheets were
transplanted layer by layer at 1- or 2-day intervals (after adequate neovascularization
occurred for the layer) to recreate cell-dense cardiac tissues. However, this approach is
limited by the high risk of complications from each surgery. In the second approach [20], a
three-dimensional vascularized human cardiac tissue was constructed by using multiple cell
types, including cardiomyocytes, endothelial cells and embryonic fibroblasts. Endothelial
cells were found to play an important role in prevascularization of the tissue, while
fibroblasts decreased the death of endothelial cells and stabilized the formed vessels [20]. In
the third approach [21], vascularized cardiac tissues were created by placing an arterio-
venous blood vessel loop inside a cell-seeded polycarbonate chamber, which was then
implanted into a rat groin. Other meritorious approaches include the inclusion of vascular
cells in the construct to facilitate functional vessel formation [22, 23], use of channeled
scaffolds seeded with endothelial cells to mimic native vasculature [24], and use of pro-
angiogenic factors to attract native vasculature to infiltrate into the scaffold [3].

At this time, our inability to vascularize tissue grafts remains the main factor limiting cell
survival and function upon in vivo implantation. The critical challenge associated with the
graft implantation is that once an engineered tissue is removed from its in vitro culture
system where medium perfusion enables nutrient transport, it needs to immediately connect
with the host vasculature. The overall success of tissue engineering basically depends on
functional vascularization of the tissue graft, in a way that enables rapid establishment of
blood supply after implantation.

Angiogenesis and angiogenic factors
An understanding of the processes underlying the formation of new blood vessels is critical
for the treatment of a broad spectrum of clinical conditions, from ischemic disease to wound
healing and cancer [25]. The formation of new blood vessels by endothelial cells or their
progenitors, a process described as vasculogenesis, can occur in several different ways, that
are briefly summarized here (for detailed review, please see [26]) (Figure 1).

Angiogenesis, sprouting of endothelial cells or their progenitors, leads to the formation of
capillaries consisting of only endothelial cells. These endothelial cell sprouts can be further
stabilized and matured by mural cells, either pericytes surrounding the sprouts (to form
medium size blood vessels), or smooth muscle cells (forming the walls of large blood
vessels), in a process described as arteriogenesis. In addition, collateral growth of already
existing blood vessels can be a source of new blood vessels and connections between the
vascular networks.

Angiogenesis and the subsequent maturation of the newly formed blood vessels progress
through a complex sequence of events that involves multiple cell types and is regulated by
multiple growth factors. Initial steps include disintegration of the basement membrane,
proliferation and migration of endothelial cells, and their sprouting into vascular tubes. The
end of cell migration and proliferation coincides with the recruitment of perivascular support
cells, formation of a new basement membrane, and the formation of mature and durable
vessels by incorporation of smooth muscle cells into the vessel walls.
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Recent work has shown that endothelial progenitors, thought for a long time to contribute to
the vascularization only during the development, are also major contributors to
vascularization of ischemic or inflamed adult tissues, and could thus be used for therapeutic
vasculogenesis [26] and prevascularization of engineered tissue grafts. Early steps in
vasculogenesis (including the basement membrane dissolution, endothelial cell migration,
endothelial cell proliferation and sprouting) are VEGF-mediated, whereas the later steps
(pericyte recruitment, and vessel stabilization and maturation) are mediated by Ang1.

Identification of the key factors mediating vasculogenesis opens the possibility for the use of
these factors to mediate vascularization. Fibroblast growth factor (FGF), platelet-derived
endothelial cell growth factor (PDGF) and vascular endothelial growth factor (VEGF) have
been identified long ago as stimulatory factors of angiogenesis in vivo [27]. Studies showed
that the presence of vascular endothelial growth factor and acidic or basic fibroblast growth
factor (aFGF or bFGF) promoted the formation of vascular structures [25]. In vivo rodent
studies also showed that local delivery of insulin-like growth factor-I (IGF) and platelet-
derived growth factor-BB (PDGF-BB) to the myocardium led to improved contractility and
decreased apoptosis in cardiomyocytes [28].

Among these angiogenic growth factors, vascular endothelial growth factor and
angiopoietins are the most important regulators of blood vessel formation [29]. VEGF
receptors, known as fms-like tyrosine kinase (Flt-1 or VEGFR-1) and kinase insert domain-
containing receptor (KDR or Flk-1 or VEGFR-2), and Ang1 receptor, known as tyrosine
kinase with immunoglobulin-like and EGF-like domains 2 (Tie2), are found in endothelial
cells [30]. VEGF promotes the formation of new capillary vessels, while Ang1 induces the
maturation and stabilization of new vessel networks, suggesting a complementary
relationship between these two angiogenic factors [31]. This raises a possibility that VEGF
and Ang1, incorporated into scaffolds for tissue engineering, could theoretically work
together to first form the new vessels, and then stabilize and mature these vessels to grow a
functional vascular network.

Vascular Endothelial Growth Factor (VEGF)
Vascular endothelial growth factor is a family of homodimeric glycoproteins consisting of
VEGF-A to VEGF-D. They are critically required for normal vascular development, as
demonstrated on mice with deletion of VEGF [32]. VEGF receptors on endothelial cells are
Flk-1 and Flt-1 [33]. Specifically, process such as endothelial cell proliferation, migration,
survival and vascular permeability that are critical for angiogenesis and vascularization of
engineered tissues, are mediated by binding of VEGF-A to VEGFR-2, resulting in receptor
dimerization, autophosphorylation and activation of downstream signaling pathways [34].
For example, the Raf-Mek-Erk pathway is responsible for cell proliferation, the
phosphatidylinositol-3 kinase (PI3K)-Akt pathway [35] is responsible for cell survival, and
Mitogen-Activated Protein Kinase (MAPK) pathway is responsible for cell migration.
VEGF also stimulates glucose uptake, which may be related to the improved cell survival
and proliferation.

Signaling through VEGFR-2 can also increase vascular permeability, resulting in the
movement of fluids between vascular and extravascular areas [36]. This is advantageous in
terms of improving the ability to form new vessels by causing dissolution of existing
basement membrane, but disadvantageous in terms of causing instability in the walls of
forming vessels. Therefore, VEGF-induced vessel formation alone could not effectively
increase tissue perfusion in vivo [37]. Despite the increase in the number of vessels present
when adeno-associated virus (AAV) vectors were used to prolong the expression of VEGF,
perfusion decreased due to the formation of leaky vascular lacunae [37]. VEGF causes
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vascular permeability by affecting endothelial cell-cell junctions regulated by adhesion
molecules that make up tight, gap and adherens junctions [36].

Angiopoietin-1 (Ang1)
The interaction of Ang1 with the Tie2 receptor is known to be necessary for regulating
vascular stabilization and remodeling [38]. While VEGF acts at early stages of angiogenesis
by promoting proliferation and vascular permeability, Ang1 acts at later stages by
controlling the survival and migration of endothelial cells and by recruiting pericytes to the
vessel walls [38]. In vitro studies showed that Ang1 was weakly mitogenic for endothelial
cells, unlike VEGF [29]. Ang1 activates Tie2 in a concentration-dependent manner, with
maximum levels of Tie2 activation when cells were stimulated with 800ng/mL Ang1
(Bogdanovic et al., 2006), and can bind to the Tie1 receptor [39, 40].

Ang1 binds to the extracellular domain of Tie2 in endothelial cells, leading to the
autophosphorylation of receptor and the activation of intracellular signaling pathways.
Phosphorylation on tyrosine residues 1102 and 1108 of Tie2 is important for the initiation of
downstream signaling pathways [41] that in turn cause migration and survival of endothelial
cells [42]. For example, phosphatidylinositol-3 kinase (PI3K) activation [43] prevents serum
induced apoptosis and induces tube formation in vivo [44]. Binding of Ang1 induces rapid
internalization and degradation of Tie2, while Ang1 itself is released from the cell
surface [42]. Tie2 receptor internalization is necessary for regulating the magnitude and
duration of Ang1 signal transduction, and maintaining the cellular homeostasis [42].

In adult microvasculature, Ang1 binds to Tie2 receptor to stabilize endothelial cell
interactions with the extracellular matrix and junctional proteins, enhancing the endothelial
barrier function [45]. Transgenic mice overexpressing Ang1 in ear dermal microvessels were
resistant to vascular leakage induced by VEGF and other inflammatory agents [46].
Recombinant Ang1 inhibited hyperpermeability induced by VEGF and thrombin in human
umbilical vein endothelial cell (HUVEC) monolayers (Gamble et al. 2000). This effect is
mediated by blocking the VEGF-mediated activation of protein kinase C (PKCβ) [47] and
activation of mDia through RhoA and association of mDia with Src [48]. Ang1 can also
block the VEGF-induced Ca2+ influx into endothelial cells that is required for formation of
interendothelial junctional gaps [45].

Need for interaction of VEGF and Ang1
The interaction between VEGF and Ang1 may be required for successful vascularization of
engineered tissues, as neither Ang1 nor VEGF alone induced angiogenesis in a Matrigel
plug assay [49]. Ang1 and VEGF, acting in concert, stimulated the infiltration of cluster of
differentiation 31 (CD31) negative and vimentin positive cells that expressed VEGF and
Ang1 receptors [49]. VEGF was found necessary for upregulation of Tie2 in mural cells,
aiding the Ang1-mediated phosphorylation of Tie2, and recruiting the mural cells to new
blood vessels [49]. This supports the need for combined growth factors, as VEGF and Ang1
have complementary and interdependent effects. Signaling through Akt contributed to
endothelial cell survival [50], where Akt was required and sufficient to mediate Ang1-
induced cell survival, and sufficient but not required for VEGF-induced cell survival. Akt
also plays an important role in endothelial cell sprouting induced by Ang1 and VEGF [50].
Promoting the survival and sprouting of endothelial cells aids to vascularization, and helps
to overcome diffusion limitations for oxygen and nutrients and improve survival of cardiac
cells in the myocardium
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Biomaterials for controlled delivery of angiogenic factors
Vascularization of engineered tissues involves the need for formation of the whole blood
vessel network, ranging from capillaries (which are involved in the direct exchange of
nutrients, oxygen and metabolites with the tissue cells) to larger blood vessels (which
provide bulk flow of blood to the tissue). The requirement for vascularization is one of the
main drivers of biomaterial design for tissue engineering scaffolds, with the need to provide
both the initial cell-instructive signals for angiogenesis and the support of the formation and
maturation of functional blood vessels.

In native tissues, the extracellular matrix (containing collagen, laminin, elastin and other
components) prevents the blood vessels from collapsing, by providing the necessary
contacts between the endothelial cells and the surrounding tissue. Also, the collagen and
laminin provide connections between the vascular cells and the integrity and elastic nature
of the vessel wall. The extracellular matrix further supports and modulates the formation and
function of blood vessels through multiple regulatory factors that are incorporated in its
structure. When vascular cells undergo sprouting, the extracellular matrix is broken down by
cell-secreted enzymes, its structure changes and the new epitopes are being presented to the
cells, in coordination with the formation of a new provisional matrix guiding vessel
formation [26]. These multiple and highly interrelated functions of the extracellular matrix
need to be provided in some way by any scaffolding material designed for engineering of
vascularized tissues.

Collagen scaffolds
Simple collagen scaffolds have been previously shown to induce angiogenesis and
arteriogenesis when on healthy and cryoinjured left ventricles of rat hearts, by evaluation of
blood vessel density and extravascular cell infiltration at day 15 and day 60 after
implantation [51]. The main advantage of the scaffolds is that their shape and size can be
tailored easily for the specific application. Their highly porous structure enables he
exchange of nutrients with the surrounding medium and the pore walls provide anchorage
sites for the cells. However, they may interfere with the development of active force [52].
Collagen cardiac patches were integrated with the surface of the rat heart, and were
populated with new capillaries (less than 50μm in diameter) and arterioles (more than 50μm
in diameter). The implantation of collagen increased vessel density by 2.7-fold for arterioles
and 4-fold for capillaries, with higher overall vessel density in cryoinjured than healthy
hearts [51]. Interestingly, the cells in collagen patches showed markers of endothelial and
smooth muscle cells, but not cardiomyocytes [51].

In a separate study, VEGF-soaked collagen sponges (10μg/mL VEGF) were surgically
inserted into the anterior cricoid cartilage of rabbits. The larynx was harvested at Day 10 to
analyze the degree of closure and the presence of inflammatory cells [53]. It was found that
both control and VEGF-soaked sponges had complete epithelial and soft tissue closure, and
the VEGF-soaked sponges led to lower (although not significantly lower) acute
inflammatory response [53].

Theoretically, local delivery of angiogenic growth factors using controlled-release scaffolds
can help in tissue regeneration following injury. After the tissue is damaged, the
implantation (e.g., by injection) of a growth factor delivery device (i.e. biodegradable
polymeric matrix with growth factors) causes a release of growth factor, which induces
angiogenesis to increase blood vessels and re-epithelialization, while the polymer degrades
and the wound heals [25]. Controlled-release scaffolds include hydrogel systems, heparin-
binding growth factor delivery, encapsulation, and supercritical carbon dioxide processing.
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Hydrogels
Microspheres and hydrogels have been used to deliver growth factors in a controlled manner
to induce neovascularization in vitro and in vivo, to provide local and sustained release over
the cultivation period [25]. The main advantage of hydrogels for use in cardiac tissue
engineering, is that they enable the development of high active force by the encapsulated
cardiomyocytes [52] connected into the syncytium. However, it is significantly more
difficult to control the shape and size of the hydrogel based cardiac constructs in comparison
to the porous or fibrous scaffold based constructs. The cell alignment which is critical for
cardiac function, is achieved in hydrogels by hydrogel remodeling in response to the
tractional forces by the cells. In general, the anchorage points are provided in or around the
hydrogel that prevent collapse of the structure into a sphere and as a result guide the gel
compaction process such that the alignment of cells is achieved [54, 55]. Hydrogels are
fabricated by physical or chemical crosslinking to create networks of water-soluble
polymers [56]. Bioactive molecules can be introduced to the biomaterial in a liquid state. The
temperature is then increased to entrap the molecules within the gel network and the
molecules are subsequently released by a combination of hindered diffusion through the
hydrogel pores and hydrogel degradation. Hydrogels with preloaded VEGF, Ang1,
keratinocyte growth factor (KGF) and PDGF were implanted into mouse ear pinna to elicit
vascular maturity [57].

In addition, in situ forming hydrogels have been extensively investigated for myocardial cell
therapy in recent years, due to their injectability and ability to control crosslinking
chemistry. Early studies relied on cell injection using natural hydrogels such as
Matrigel [58, 59] or fibrin [60-62] reporting structural stabilization, reduced infarct size and
improved vascularization upon injection of undifferentiated ESC [58, 59] or bone marrow
cells [60-62]. Alginate alone was demonstrated to reduce pathological remodeling and
improve function [63], initiating commercialization efforts of this hydrogel. A synthetic
material, self-assembling peptide hydrogel (AcN-RARADADARARADADA-CNH) was
also used, forming a nano-fibrous structure upon injection into the myocardium that
promoted recruitment of endogenous ECs and supported survival of injected CMs [64].

Insulin-like growth factor-1 (IGF) bound to the self-assembling peptide was demonstrated to
improve grafting and survival of CMs injected into MI [65]. Laflamme and Murry
demonstrated that targeting of multiple pathways related to cell survival by encapsulating a
number of biomolecules in Matrigel, significantly increased the survival and grafting of the
human ESC-derived CM injected into infracted rat hearts [66]. We have modified chitosan
with the peptide QHREDGS derived from angiopoietin-1, to create a hydrogel that reduces
cardiomyocyte apoptosis under adverse conditions such as taxol treatment[67].

Recent studies collectively indicate that an injection of hydrogel alone, without the
reparative cells, may also attenuate pathological remodeling upon myocardial infarction [63,
68-70]. It is thought that in those cases hydrogels act by changing the ventricular geometry
and mechanics, thus reducing elevated local wall stresses that have been implicated in
pathological remodeling[71]. Finite element modeling of wall stresses indicated that upon
injection of the material of elastic modulus 10-20kPa in the infarct, injection improved
ejection fraction and the stroke volume/end-diastolic volume relationship. In addition,
injections of the material in the border zone decreased endsystolic fiber stress proportionally
to the volume and the stiffness of the injected material.

Heparin-binding growth factor delivery
For heparin-binding growth factor delivery [56], bi-domain peptides are covalently
crosslinked to a biomaterial, like fibrin. The peptides contain Factor XIIIa and heparin
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binding sequences, allowing heparin to electrostatically associate with the heparin binding
domain and subsequently causing heparin-binding growth factors like bFGF to attach. The
controlled release occurs via cell-mediated cleavage of susceptible peptide sequences.
Heparin is a highly sulfated glycosaminoglycan that has been used to bind and stabilize
many growth factors to allow local delivery from hydrogels and microcapsules [31]. It
protects growth factors from inactivation, increases affinity of the growth factors to
receptors, and sustains their release over a period of time. Heparin modified materials also
decreases initial burst effects [25]. Heparized hydrogels (i.e. alginate and chitosan-alginate)
were used to provide long-term supply of angiogenic factors, such as VEGF and bFGF, and
induce neovascularization in vivo [72].

The release of growth factors from hydrogels depends on the diffusion from the hydrogel
matrix, while their release from heparinized hydrogels depends on both the diffusion and the
binding affinity to surface heparin [72]. In this way, heparinized hydrogels allow loaded
growth factors to be released in a more sustained manner. Heparin was also covalently
incorporated onto collagen matrices using 1-ethyl-3-(3-dimethylaminopropyl)-carbodiimide
hydrochloride (EDC) and N-hydroxysuccinimide (NHS), and the VEGF was physically
immobilized to the heparin [73]. It was found that heparinized collagen matrices increased
endothelial cell proliferation and angiogenic potential, with further improvements in
angiogenic potential when VEGF was incorporated [73].

Microspheres
To encapsulate growth factors in microspheres, a water-oil emulsion is first created, with the
growth factor dissolved in the water phase and the polymer dissolved in the organic phase.
The two solutions are mixed, and then a second emulsion is formed by dispersing the
mixture in an aqueous phase using homogenization or sonication. The second emulsion is
stirred to evaporate the solvent to form porous microspheres. Epidermal growth factor
(EGF), PDGF and VEGF have been incorporated into degradable microspheres using this
method [56]. Sustained VEGF delivery using alginate microparticles [74] or poly(lactide-co-
glycolide) microspheres [75] improved survival of transplanted endothelial cells and
increased the capillary density.

Staged delivery of multiple growth factors
Multiple growth factors can be delivered in a controlled manner using dual
delivery [25, 76, 77]. For example, PDGF was encapsulated into microspheres and mixed with
lyophilized VEGF [25, 76]. These microspheres were processed into porous scaffolds with
poly(lactide-co-glycolide) polymer [25, 76]. In this way, VEGF was released due to surface
erosion and PDGF was released due to degradation [25]. Alginate hydrogels used as an
injectable delivery system for controlled co-release of VEGF and PDGF induced growth of
mature vessels, thus improving cardiac function after myocardial infarction [77].

Scaffolds with Covalently Immobilized Growth Factors
The covalent immobilization of growth factors onto biomaterials is becoming an
increasingly promising method of growth factor delivery [78-84]. The purpose of
immobilization is to protect growth factors against cellular inactivation and digestion, and to
allow highly localized activity. Immobilization inhibits down-regulation, which occurs when
the cells decompose signaling molecules to reduce their stimulation [85]. As a result,
stimulation by growth factors is prolonged. Since the activity is localized to mimic the local
in vivo microenvironment, the ligand-receptor complexes are also aggregated to increase
receptor-mediated functions. Immobilization can help overcome the diffusional limitation of
soluble growth factor delivery into the centre of the scaffold [84]. As the immobilized growth
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factors are not released to the environment, covalent immobilization is preferred over
controlled delivery if the effect of growth factors is to be seen locally within the biomaterial
(i.e. vascularization of the biomaterial) rather than in the surrounding tissue. Immobilized
molecules also have improved stability [85].

In one study, the collagen-binding domain polypeptide of fibronectin was fused to
hepatocyte growth factor (HGF), an angiogenic factor, to help immobilize HGF on collagen
and stabilize the molecule for prolonged activity [83]. In another study, insulin and epidermal
growth factor immobilized on synthetic polymeric substrates increased cell growth
compared to soluble or adsorbed insulin [78]. These stimulations mimic juxtacrine
stimulation of membrane-anchored growth factors [78]. Co-immobilization of different
growth factors enhanced the stimulation by growth factors [78] and induced a cross talk of
receptors [85].

Covalently immobilized VEGF was shown to promote the growth of endothelial cells and
angiogenesis [84]. When VEGF was immobilized on substrates to control the adhesion and
growth of endothelial cells, it was found that cell growth was significantly increased [80].
Growth factors can also be patterned by immobilization in order to achieve formation of
blood vessel networks in vitro [80], or to induce micropatterning of different cell types for
co-cultures [85].

The reported methods for covalent immobilization of VEGF includes: (i) the use of
carbodiimide chemistry to immobilize VEGF on poly(acrylic acid) surfaces [79], (ii)
crosslinking of VEGF to fibronectin coated surface by a cysteine tag that was incorporated
to VEGF molecule [81], (3) the use of a homobifunctional crosslinker to immobilize VEGF
in collagen matrices [82], and (iv) the photoimmobilization of VEGF on gelatin substrate in a
micropatterning manner [80].

Case study: Collagen scaffolds with covalently immobilized VEGF and
Ang1

We hypothesized that immobilization of additional growth factors such as Ang1 may be
required to form stable capillary-like structures in collagen scaffolds. Thus, we studied the
effect of immobilized single growth factors (VEGF or Ang1) and co-immobilized VEGF
and Ang1 on the various stages of angiogenesis, such as EC proliferation, tube formation
and vessel formation. Our results indicate that co-immobilized growth factors were superior
in promoting H5V [3] and primary rat aortic endothelial cell[86] proliferation, tube formation,
as well as angiogenesis in the Chicken Chorioallantoic Membrane (CAM) assay in
comparison to single growth factors and the soluble controls. The commercially available
Ultrafoam collagen sponge chosen for the experiment is commonly used in tissue
engineering due to its ability to support cell attachment and growth [87],[88]. Ultrafoam
collagen scaffold is also FDA approved as a hemostat [51],[89] (Figure 2).

EDC chemistry was used to couple carboxyl groups to the amine groups. EDC is a water-
soluble carbodiimide and a zero-length crosslinking agent that forms amide bonds between
proteins [90]. EDC reacts with carboxyl groups of collagen to form an amine-reactive O-
acylisourea derivative, which is converted into amine-reactive sulfo-NHS esters in the
presence of sulfo-NHS [90]. The reactive esters then react with amine groups on the second
molecule (i.e. VEGF and/or Ang1) to form stable amide bonds [90].

The concentrations of VEGF and Ang1 in the basal H5V medium were 13.77 ± 4.46ng/mL
and 0.66 ± 0.04ng/mL respectively, as measured by enzyme-linked immunosorbent assay
(ELISA). This is equivalent to 13.77 ± 4.46ng VEGF and 0.66 ± 0.04ng Ang1 since 1mL
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culture medium was used for each sample. As expected, increased amounts of immobilized
VEGF or Ang1 were found in scaffolds when a higher concentration of VEGF or Ang1 was
used in the immobilization solution (Table 1).

There were no apparent differences in the pore structure and porosity of scaffolds with or
without immobilized growth factors (Figure 2). The tensile moduli (Figure 2G) of scaffolds
with immobilized growth factors, as well as PBS+EDC control scaffolds, were all
statistically significantly higher than that of the PBS control sponges (one-way ANOVA, P
= 0.0353). This is likely due to the crosslinking of the collagen sponge in which collagen is
bound to itself through EDC chemistry. However, there were no statistically significant
differences in the tensile moduli amongst the groups treated with EDC (i.e. the growth factor
groups and PBS+EDC group).

Immobilized VEGF and Ang1 on collagen scaffolds promoted cell proliferation in vitro[3].
However, it was unclear whether or not soluble growth factors can achieve the same effect,
and whether the results were in fact due to soluble growth factors when collagen scaffolds
begin to degrade over time. In addition, it was required to determine whether mechanical
properties of the collagen scaffolds played a role in cell proliferation. To answer these
questions, we focused on our best group from the cell proliferation studies, i.e. VEGF+Ang1
group (Figure 3). Since 1mL culture medium was used, the amounts of soluble VEGF and
Ang1 (50ng VEGF and 50ng Ang1) were comparable to those immobilized on the scaffolds
for VEGF+Ang1 group (Table 1).

The soluble growth factors applied to the crosslinked scaffold did not significantly increase
the final cell number (Figure 3A) as compared to PBS and PBS+EDC controls. However,
the scaffolds with immobilized VEGF and Ang1 had higher cell number as compared to
both PBS and PBS+EDC controls. The immobilized VEGF+Ang1 group also had higher
cell number lactate production and glucose consumption rates compared to its corresponding
soluble S-(VEGF+Ang1) group (Figure 3). Glucose consumption rate was also higher for
immobilized VEGF+Ang1 group when compared to PBS and PBS+EDC groups.

Although crosslinked scaffolds from the S-(VEGF+Ang1)+EDC group showed higher final
cell number compared to scaffolds from the S-(VEGF+Ang1) group, the lactate production
and glucose consumption rates were not elevated (Figure 3). Also, the final cell number in
the S-(VEGF+Ang1)+EDC group was not increased compared to PBS and PBS+EDC
groups, in contrast to the immobilized VEGF+Ang1 group (Figure 3A). Thus, the effects
could be attributed to the immobilized growth factors, rather than the soluble growth factors
applied to the scaffolds of higher stiffness.

After 3 and 7 days of in vitro cultivation, live/dead images revealed the formation of tube
structures by H5V endothelial cells in modified collagen scaffolds with immobilized VEGF
and/or Ang1, but not in PBS controls (Figure 4) and not in the PBS+EDC group. Double
staining of collagen scaffold red and the cells green (Figure 5), indicated that the cells were
not merely aggregating and lining the pore walls of the scaffolds. Tube formation was
evident away from the pore wall as indicated by the lack of overlapping green/red staining in
the VEGF+Ang1 group (Figure 5).

Histological evaluation further confirmed the formation of tube-like structures. Hematoxylin
and eosin stained images demonstrated elongated thin cells and nuclei in peripheral position,
which are typical structural appearances of endothelial cells in capillaries (Figure 6A). Von
Willebrand (Factor VIII) staining (Figure 6B) revealed circular structures formed by
endothelial cells for the groups with immobilized VEGF and/or Ang1. In contrast, PBS
group showed less elongated cells that were clustered randomly within the pores of the
collagen scaffold (Figure 6).
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The chorioallantoic membrane (CAM) of a developing chicken embryo serves as a surface
for gas and nutrient exchanges. The allantois of the chicken embryo appears at Day 3 of
incubation and grows until Day 10. It is fused with the adjacent mesodermal layers of the
chorion to form the CAM, which is characterized by a dense capillary network. Due to a
dense capillary network, the CAM is commonly used for studying angiogenic response to
bioactive molecules [91]. The advantages of using the CAM assay include low cost, speed of
results and low level of technical skills required, as compared to other animal models of
angiogenesis [91] (Figure 7).

We evaluated vascularization of freshly prepared scaffolds and those aged in PBS for 28
days in the CAM assay. The area positive for Factor VIII, a marker of endothelial cells, in
the initially cell-free scaffolds was indicative of the infiltrating ECs, and strikingly higher
for VEGF+Ang1 group compared to all other groups in Fresh scaffolds (Figure 8A).
Hemoglobin concentration is often measured to evaluate neovascularization, since an
increase in hemoglobin content indicates an increase in the number of blood vessels that are
connected to the host circulation [92]. Co-immobilization of VEGF and Ang1 showed
increased hemoglobin concentration compared to PBS and PBS+EDC groups for Fresh
scaffolds (Figure 8B). A dose response of immobilized VEGF and Ang1 was seen in the
CAM assay with Aged scaffolds (Figure 8D), where only VEGF+Ang1 group (and not
1/2VEGF+1/2Ang1) showed higher hemoglobin concentration within the biomaterial
compared to PBS controls. This indicates some loss of bioactivity for the growth factors
over time, and suggests that the higher initial amounts of immobilized VEGF and Ang1 are
necessary for eliciting an angiogenic response. However, it also indicates the maintenance of
bioactivity of immobilized growth factors even after 28 days in PBS, a significant advantage
over the use of control release systems and soluble growth factors.

Conclusions and Future Directions
In summary, functional vascularization, a key requirement for the development and function
of most tissues, remains one of the key challenges of tissue engineering. In this article, we
discussed biomaterial scaffolds designed to mediate the development and maturation of
vascular networks, by immobilized growth factors. A case study was presented for co-
immobilization of two important vasculogenic growth factors: VEGF and Ang-1. Our results
indicate that covalently co-immobilized VEGF and Ang1 in scaffolds for tissue engineering
enable scaffold vascularization both in vitro and in vivo. In addition, we demonstrated
recently that covalently immobilized VEGF promotes endothelial differentiation of Flk1+
cardiovascular progenitors derived from mouse embryonic stem cells [93]. Thus, it may be
possible to pre-vascularize scaffolds for cardiac tissue engineering by seeding of vascular
progenitors into growth factor modified scaffolds. Future studies should involve pre-seeding
of scaffolds with endothelial cells, characterization of pericyte recruitment to the scaffolds
and studying how substrate stiffness modulates cellular response to immobilized growth
factors. Also, the next great advances in tissue engineering may require the development of
novel scaffolds that are adaptable to their environment and can facilitate communication
between the cells, matrix and exogenous signals.
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Biomaterial scaffolds provide a structural and logistic template for tissue formation, with
vascularization being a key determinant of cell survival and function. In this Feature
Article, we focus on biomaterial scaffolds for cardiac tissue engineering designed to
mediate vascular development and maturation by immobilized growth factors.
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Figure 1. Formation of vascular networks
Endothelial progenitors (A) differentiate into arterial and venous endothelial cells that form
a capillary plexus (B). The resulting vessels are sprouting and being stabilized by the
recruitment of smooth muscle cells (C), to result in mature vasculature (D).
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Figure 2. Scaffold characterization
SEM images of collagen sponges for (A) PBS only treated scaffold (PBS), (B) Scaffold
treated with EDC crosslinker in PBS without growth factors (PBS+EDC), (C) Scaffold with
immobilized VEGF (VEGF), (D) Scaffold with immobilized Ang1 (Ang1), (E) Scaffold
with lower dose of co-immobilized VEGF and Ang1 (1/2VEGF+1/2Ang1), and (F) Scaffold
with higher dose of co-immobilized VEGF and Ang1 (VEGF+Ang1). Images at 100X with
500X insets. (G) Tensile modulus of scaffolds treated as above. # denotes statistically
significant difference compared to PBS control. (P < 0.05; one-way ANOVA). Figure
reproduced from [14] with permission. Copyright Elsevier.
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Figure 3. Comparison of soluble and immobilized growth factors in a 3-day cultivation of H5V
endothelial cells
Soluble VEGF (50ng/mL) and Ang1 (50ng/mL) were applied to cell-seeded collagen
scaffolds treated with PBS alone (S-(VEGF+Ang1)), or scaffolds treated with EDC
crosslinker in PBS (S-(VEGF+Ang1)+EDC). These scaffolds were compared to scaffolds
with co-immobilized VEGF and Ang1 (VEGF+Ang1). 50,000 cells were seeded on the
freshly made scaffolds. (A) XTT assay indicating final cell numbers in collagen scaffolds.
(B) Lactate production rate. (C) Glucose consumption rate. * denotes statistically significant
difference (P < 0.05; one-way ANOVA with post-hoc Tukey test). Figure reproduced
from [14] with permission. Copyright Elsevier.
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Figure 4. Tube formation by H5V cells on collagen scaffolds with independently immobilized
and co-immobilized growth factors in 3-day and 7-day cultivation periods
Representative live/dead images under fluorescence microscopy (173,333 cells initially
seeded on the freshly made scaffolds; green represents CFDA staining of live cells and red
represents propidium iodide (PI) staining of dead cells; tube is indicated between two yellow
arrows). Figure reproduced from [14] with permission. Copyright Elsevier.
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Figure 5. Tube formation after 7-day cultivation
Images of PBS control and VEGF+Ang1 groups with live/dead staining (CFDA stains live
cells green, PI stains dead cells red), cells (stained with CFDA) on collagen scaffolds
labelled with Alexa Fluor 594 (red), hematoxylin and eosin staining, and von Willebrand
factor staining. Sponges without cells are also shown. Figure reproduced from [59] with
permission. Copyright Wiley.
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Figure 6. Cell morphology and organization after 7-day in vitro cultivation
(A) Hematoxylin and eosin stained images (173,333 cells initially seeded on the freshly
made scaffolds; arrows indicate elongated cells; arrowheads indicate circular structures).
Note that darker pink in hematoxylin and eosin staining indicates the collagen scaffold,
while the lighter pink is part of the cells. (B) Von Willebrand factor stained images (173,333
cells initially seeded; brown represents positive von Willebrand factor staining, blue
represents counterstain; circular structures indicated by blue dotted outlines). Figure
reproduced from [14] with permission. Copyright Elsevier.
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Figure 7. Chicken CAM assay using Fresh scaffolds
Photographs of chicken eggs for (A) PBS and (B) VEGF+Ang1 groups. Arrow indicates
location of collagen sponge. Figure reproduced from [59] with permission. Copyright Wiley.
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Figure 8. Image analysis and hemoglobin content analysis of chicken CAM assay
(A) Percentage of area with positive Factor VIII (FVIII) staining for Fresh scaffolds. (B)
Hemoglobin concentration within Fresh scaffolds. (C) Percentage of area with positive
FVIII staining for Aged scaffolds. (D) Hemoglobin concentration within Aged scaffolds. *
denotes statistically significant difference (P < 0.05; one-way ANOVA with post-hoc Tukey
test). Figure reproduced from [14] with permission. Copyright Elsevier.

Chiu et al. Page 26

Macromol Biosci. Author manuscript; available in PMC 2013 April 16.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

Chiu et al. Page 27

Ta
bl

e 
1

Q
ua

nt
if

ic
at

io
n 

of
 im

m
ob

ili
ze

d 
gr

ow
th

 f
ac

to
rs

 w
ith

in
 c

ol
la

ge
n 

sc
af

fo
ld

s 
by

 E
L

IS
A

. T
he

 c
al

cu
la

tio
ns

 w
er

e 
do

ne
 f

or
 a

 c
yl

in
dr

ic
al

 s
ca

ff
ol

d 
7 

m
m

 in
 d

ia
m

et
er

an
d 

2m
m

 in
 th

ic
kn

es
s.

N
am

e 
of

E
xp

er
im

en
ta

l
G

ro
up

C
on

ce
nt

ra
ti

on
 o

f
G

ro
w

th
 F

ac
to

rs
 in

Im
m

ob
ili

za
ti

on
 S

ol
ut

io
n

A
m

ou
nt

 o
f 

G
ro

w
th

 F
ac

to
rs

 I
m

m
ob

ili
ze

d
in

 C
ol

la
ge

n 
Sc

af
fo

ld
s

V
E

G
F

(μ
g/

m
L

)
A

ng
l

(μ
g/

m
L

)
V

E
G

F
 (

ng
)

V
E

G
F

 (
ng

/m
g

sc
af

fo
ld

)
A

ng
l (

ng
)

A
ng

l (
ng

/m
g

sc
af

fo
ld

)

PB
S

--
--

--
--

--
--

PB
S+

E
D

C
--

--
--

--
--

--

V
E

G
F

1
--

57
.9

4±
1.

65
13

.1
2±

0.
79

(1
9.

2±
0.

5n
M

)
--

--

A
ng

1
--

1
--

--
42

.0
2±

3.
51

10
.5

5±
0.

48
(7

.8
±

0.
6n

M
)

1/
2V

E
G

F+
1/

2A
ng

1
0.

5
0.

5
19

.3
7±

3.
25

a
4.

30
±

0.
73

a

(6
.5

±
1.

0n
M

)
23

.8
1±

2.
44

c
5.

29
±

0.
55

c

(4
.4

±
0.

4n
M

)

V
E

G
F+

A
ng

1
1

1
38

.3
7±

4.
66

b
8.

78
±

1.
09

b

(1
2.

7±
1.

6n
M

)
51

.4
1±

8.
21

11
.8

3±
2.

24
(9

.5
±

1.
6n

M
)

(P
 <

 0
.0

5;
 o

ne
-w

ay
 A

N
O

V
A

 w
ith

 p
os

t-
ho

c 
T

uk
ey

 te
st

)

a si
gn

if
ic

an
tly

 lo
w

er
 a

m
ou

nt
 c

om
pa

re
d 

to
 V

E
G

F 
an

d 
V

E
G

F+
A

ng
1 

gr
ou

ps
.

b si
gn

if
ic

an
tly

 lo
w

er
 a

m
ou

nt
 c

om
pa

re
d 

to
 V

E
G

F 
gr

ou
p.

c si
gn

if
ic

an
tly

 lo
w

er
 a

m
ou

nt
 c

om
pa

re
d 

to
 A

ng
1 

an
d 

V
E

G
F+

A
ng

1 
gr

ou
ps

.

Macromol Biosci. Author manuscript; available in PMC 2013 April 16.


