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ABSTRACT OF THE DISSERTATION

Sustained Dual Drug Delivery of Anti-Inhibitory Molecules for Spinal Cord Injury Treatment

By Thomas Stephen Wilems

Doctor of Philosophy in Biomedical Engineering
Washington University in St. Louis, 2015

Professor Shelly Sakiyama-Elbert, Chair

Regeneration of lost synaptic connections following spinal cord injury (SCI) is limited due to
local ischemia, cell death, and an excitotoxic environment, which leads to the development of an
inhibitory glial scar surrounding a cystic cavity. Myelin-associated inhibitors (MAls) and chondroitin
sulfate proteoglycans (CSPGs) are major inhibitors to axon growth inhibition found within the glial
scar and limit functional recovery. The NEP1-40 peptide competitively binds the Nogo receptor and
partially blocks inhibition from MAIs, while chondroitinase ABC (ChABC) enzymatically digests
CSPGs, which are upregulated at the site of injury. The first part of this work develops drug delivery
systems which provide sustained delivery of both NEP1-40 and ChABC. In vitro studies showed
that the combination of ChABC and NEP1-40 increased neurite extension compared to either
treatment alone when dissociated embryonic dorsal root ganglia were seeded onto inhibitory
substrates containing both MAIs and CSPGs. Furthermore, the ability to provide sustained delivery
of biologically active ChABC and NEP1-40 from biomaterial scaffolds was achieved by loading
ChABC into lipid microtubes and NEP1-40 into poly (lactic-co-glycolic acid) (PLGA) microspheres,
obviating the need for invasive intrathecal pumps or catheters. Fibrin scaffolds embedded with the
drug delivery systems (PLGA microspheres and lipid microtubes) were capable of releasing active
ChABC for up to one week and active NEP1-40 for over two weeks in vitro. In addition, the loaded

drug delivery systems in fibrin scaffolds decreased CSPG deposition and development of a glial scar,



while also increasing axon growth after spinal cord injury in vivo. Therefore, the sustained, local
delivery of ChABC and NEP1-40 within the injured spinal cord may block both myelin and CSPG-

associated inhibition and allow for improved axon growth.

The second part of this work looked to improve upon previously established therapies using
a combination strategy. A variety of single therapy interventions provide small improvements in
functional recovery after SCI but are limited due to the multitude of obstacles limiting recovery.
Therefore, a multifactorial therapeutic option that combines several single therapies may provide a
better chance of improving recovery. To this end, fibrin scaffolds were modified to provide
sustained delivery of neurotrophic factors, the sustained delivery of anti-inhibitory molecules, and
encapsulation of embryonic stem cell-derived progenitor motor neurons (pMNs). The efficacy of
the scaffolds, prior to transplantation, was established by validating pMN viability, migration, and
extension of processes was unaffected by culture within scaffolds with sustained delivery of anti-
inhibitory molecules. The combination scaffolds were then transplanted into a rat sub-acute SCI
model. The anti-inhibitory molecules were capable of removing proteoglycans within the glial scar
when embedded in fibrin scaffolds without pMNs included. While pMNs incorporated into fibrin
scaffolds without anti-inhibitory molecules showed significant cell survival, differentiation into
neuronal cell types, axonal extension in the transplant area, and the ability to integrate into the host
tissue, the combination of pMNs with anti-inhibitory molecules led to decreased cell survival and
increased inflammation in the lesion site. Thus combination therapies maintain therapeutic potential

for treatment of SCI but further work is needed to improve cell survival and limit inflammation.



Chapter 1

Introduction

1.1 Overview

This work aims to create novel treatment options for patients suffering from spinal cord
injury (SCI) using combination therapies that enable cell transplantation and the sustained delivery
of growth factors and anti-inhibitory molecules. Specifically, this work develops anti-inhibitory drug
delivery systems that promote sustained release of bioactive molecules capable of incorporation into
previously established tissue engineered scaffolds for SCI. Following the initial spinal cord trauma, a
secondary injury consisting of reactive gliosis results in the formation of a glial scar that presents a
physical and chemical barrier, which prevents axonal extension into and across the injury site. Key
chemical inhibitors to axonal extension are chondroitin sulfate proteoglycans (CSPGs) and myelin-
associated inhibitors (MAIs). CSPGs and MAIs inhibit axonal extension by binding to their target
receptors on neuronal membranes which activates the Rho/ROCK cascade leading to growth cone
destabilization. Both CSPGs and MAIs have been extensively studied in the context of SCI, and
potential therapies have been developed to limit their inhibition. Chondroitinase ABC, a bacterially-
expressed enzyme, cleaves the inhibitory sugar chains from the core CSPG protein. The inhibitory
effects of MAIs can be blocked by treatment with NEP1-40, a small competitive antagonist peptide,
which limits the interaction of MAIs with their neuronal cell membrane receptors. ChABC, NEP1-
40, and other anti-inhibitory drugs are typically delivered to the injured spinal cord using invasive
intrathecal pumps, catheters, or single dose microinjections, which can exacerbate the injury and
scarring at the injury site. Therefore, it may be beneficial to develop drug delivery systems that

circumvent the need for invasive drug delivery methods.
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The first aim of this work focused on determining whether ChABC and NEP1-40 could
work effectively together to overcome multiple forms of inhibition and then developing
microparticle drug delivery systems capable of sustained release of the biomolecules. To this end,
primary embryonic chick and adult rat dorsal root ganglia cells were harvested, dissociated, and
cultured on top of CSPGs and MAIs. In order to assess how the combination treatment of ChABC
and NEP1-40 affects the growth potential of neurons on inhibitory substrates, varying amounts of
ChABC and NEP1-40 were added to the cell media. Neurite extension on inhibitory spots was
measured to establish how the treatments influenced the growth potential of neurons on inhibitory
substrates present after SCI. Sustained drug delivery vehicles were developed by incorporating
ChABC into hollow cylindrical lipid microtubes and NEP1-40 into spherical polymer-based
microspheres. Fluorescent labelling of the molecules prior to loading into their respective delivery
systems allowed for observation of drug released overtime. To ensure that the delivery vehicle
synthesis did not interfere with ChABC or NEP1-40 function, the bioactivity of drug released from
the delivery systems was also measured.

The second part of this work focused on translating the developed drug delivery systems
into an adult rat thoracic dorsal hemisection model of SCI. A short term animal study was initially
performed to evaluate the efficacy of embedding the drug delivery systems into biomaterial scaffolds
and transplanting the scaffolds into an acute SCI model. The acute study measured the drug delivery
systems’ ability to mitigate the development of the glial scar and improve axonal extension two
weeks after transplantation. A longer, sub-acute injury model that treated SCI two weeks after the
initial injury was also used to allow for stabilization of the glial scar prior to transplantation of the
biomaterial scaffold. Using the sub-acute injury model, the drug delivery systems were incorporated
into modified fibrin scaffolds containing growth factors and embryonic stem cell-derived progenitor

motor neurons (pMNs). The multifactorial scaffolds aimed to repopulate the cells lost following



injury, increase host and transplant cell survival, and limit the inhibitory local environment. In
conjunction with the 7z vivo sub-acute injury model, iz vitro studies were performed to confirm the
efficacy of multifactorial scaffolds for cell transplantation. pMNs were grown within biomaterial
scaffolds containing the drug delivery systems for two weeks to measure cell survival.

The following introduction will review key points on the development of the glial scar
following SCI, the role of CSPGs and MAIs in inhibiting recovery, and current research that focuses

on combination therapies to synergistically aid in functional recovery.

1.2 Spinal cord injury

Spinal cord injury (SCI) is a major medical problem affecting 230,000-320,000 Americans,
with 12,000 new cases occurring annually (NSCIS, 2012). SCI typically results in partial or complete
loss of function below the initial site of injury; leaving thousands of people without the ability to
perform basic daily activities. The average age at injury from 2005-2012 was 41.0 years with 80.6%
of the injuries occurring among males. The average life expectancy for a 40 year old patient with
motor function loss at any spinal cord level is 73.8 years, which drops to 59.7 years for a high
cervical injury (quadraplegia) (NSCIS, 2012). Thus, persons with SCI live decades after injury with
limited recovery potential.

The estimated lifetime cost of incomplete motor function at any level if the patient was 25
years old at time of injury is over 1.5 million US dollars. Over half of persons with SCI report being
employed at the time of injury while only 11.7% report employment one year post injury (NSCIS,
2012). Providing some functional recovery will limit total lifetime costs, allow for increased
employment, and most importantly enrich the overall quality of life. Among quadriplegics the most
desired functional recovery is arm/hand function followed by sexual function and trunk stability.

3



Paraplegics mostly responded with sexual function then bowel and bladder control as the highest
priority. Therefore, even small degrees of functional recovery can result in large increases in quality
of life (NSCIS, 2012).

Spinal cord injuries were long thought to be untreatable and the neurons themselves
incapable of regeneration. In 1928, Ramon y Cajal, Nobel Laureate and famous neuroscientist wrote:

It is for this reason that, once development was ended, the founts of growth and

regeneration of the axons and dendrites dried up irrevocably. In adult centres the nerve

paths are something fixed, ended, immutable. Everything may die, nothing may be

regenerated (Ramon y Cajal, 1928).
This belief in neuronal rigidity and an intrinsic inability to reform complex neuronal networks in the
CNS persisted until the early 1980s when Dr. Albert Aguayo transplanted peripheral nerve grafts
into the injured thoracic spinal cord of adult rats (Richardson et al., 1980). Aguayo showed that
neurons originating in the CNS entered and extended through the grafts, but the regenerating fibers
abruptly stopped upon reentering the CNS and seemed to lose their potential for growth. It was
then postulated that either the growth substrate and neurotrophic factors found within the
peripheral nerve grafts promote growth or that the growth substrate and chemical factors found
within the CNS inhibit growth. In the following decades, research focused on these two original
hypotheses, which led to a rise in many exciting research fields and specialties that all aim to
understand the factors impeding spinal cord regeneration and to develop methods to mitigate these
factors (Schwab and Bartholdi, 1996).

Understanding the pathological mechanisms following SCI and how they affect the acute,
sub-acute, and long-term local cellular environment is necessary before useful therapeutic treatments
can be developed. To this end, research has shown the initial mechanical trauma can sever axons,

damage vasculature, and promote a secondary injury that propagates cell death and leads to a cystic



cavity or cellular void several times larger than the initial trauma. Formation of the cystic cavity
results from a spectrum of responses from local cells and infiltrating cells, which triggers the
formation of an inhibitory scar. The fibrotic scar, termed the glial scar, forms a strong chemical and
physical barrier between the cystic cavity and surrounding tissue. The glial scar severely limits the
natural regeneration potential within the spinal cord, prompting many therapeutic strategies that
focus on overcoming inhibitory aspects of the glial scar. The events leading to the development of

the glial scar surrounding the injury site following SCI are reviewed below.

1.2.1 Secondary Injury Following SCI

All human spinal cord injuries are unique and typically occur alongside multiple other
traumatic injuries making them difficult to treat. The diversity of injuries that lead to SCI clinically
also means that a variety of animal models are necessary for determining the underlying mechanisms
that are common between injury models. Typically injuries are classified according to the segmental
level along the spinal cord, the type of injury (i.e. weight drop, balloon compression, or axotomy),
and the completeness of the injury. This categorization allows for comparisons between the varying
injury models and enables researchers to determine which mechanisms play the most significant
roles. In many animal models the initial injury leads to both local and systemic changes including
ischemia, edema, release of toxic molecules, peripheral cell infiltration, and activation of microglia.
These events are interconnected and complicate the investigation of their roles following SCI. The
main secondary mechanisms following the initial trauma will be reviewed below; it is important to
note that each mechanism discussed is part of a larger more dynamic picture that results in the

formation of the glial scar.



Vascular Mechanisms

Immediately following injury, hypoperfusion of the central gray matter is consistently seen
while white matter is believed to be more resilient to vasculature changes (Kobrine et al., 1975,
Ducker et al., 1978a, Ducker et al., 1978b, Rivlin and Tator, 1978, Holtz et al., 1989). The immediate
reduction in blood flow results in a substantial loss of oxygen delivery to the injured tissue, as well as
an inability to remove toxic cues released into the injury site (Ducker et al., 1978b, Hayashi et al,,
1980, Stokes et al., 1981). Compounding the decrease in blood flow, the instantaneous release of
blood into the spinal cord results in edema and hemorrhages in the gray matter that can spread to
the white matter from 1 hour to 1 week following injury (Green and Wagner, 1973, Noble and
Wrathall, 1989, Lemke and Faden, 1990, Tator and Koyanagi, 1997).

Within a few hours post-injury, swelling and vacuolation of vascular endothelial cells in both
white and grey matter are observed, indicating ischemic conditions in the injured cord. Edema or
swelling may cause additional injury by increasing compression on the surviving tissue and by
contributing to an unfavorable electrolyte balance within the extracellular environment, which is
normally highly regulated to support neuronal function (Casella et al., 2002). Strategies to overcome
changes in vascular architecture following SCI have shown the important role the microvasculature

play in the secondary injury (O'Carroll et al., 2008, Saadoun et al., 2008, Fassbender et al., 2011).

Ionic and Excitotoxic Mechanisms

Ionic imbalances from hemorrhages, ischemia, and edema contribute to loss of function and
necrosis. Relatively minute changes in the ionic balance can lead to a loss of impulse conduction
through intact nerve fibers, while the burst release of excitatory molecules may lead to further cell
death. Loss of impulse conduction may be a potential reason for spinal shock, a condition in which a

state of paralysis is seen in the muscles below the injury level. Spinal shock is not fully understood,



but the duration of the symptoms has been correlated to the severity of the injury and has been seen
in both animal and human injuries (Bach-y-Rita and Illis, 1993).

The initial trauma and cell death within the spinal cord releases the excitotoxic chemicals
glutamate and aspartate, which have been shown 7 vitro to cause accumulation of intracellular Na”

and Ca™ ions (Panter et al., 1990, Liu et al., 1991, Choi, 1992). Tonic imbalances in Na*, K*, and

Ca’" concentrations lead to cell swelling and death, which releases more excitotoxic chemicals into
the surrounding area causing a swath of death that expands outward from the injury epicenter
(Lewin et al., 1974, Anderson et al., 1976). Increased intracellular Ca®" concentration also affects
many cellular processes not directly related to cell signaling, such as breakdown of the cellular
membrane and the production of free radicals that exacerbate tissue injury, by triggering a more
pronounced inflaimmatory response (Rasmussen, 1986, Demediuk and Faden, 1988, Woodroofe et
al., 1991). NMDA receptors have been implicated as mechanisms for increased intracellular calcium
accumulation due to the voltage-gated channels being persistently active. NMDA receptor blockers

have been used to reduce intracellular calcium accumulation and limit cell death following injury

(Faden et al., 1988, Gomezpinilla et al., 1989, Sun and Faden, 1994).

Inflammatory Response

SCI triggers a robust inflammatory response that begins hours after injury, peaks during the
following week, and plays a role in long term recovery after injury. After injury, astrocytes and
microglia enter a reactive state, indicated by alterations in their morphology and gene expression
profiles; in this state they recruit inflaimmatory cells through expression of cytokines, such as
interlekin-1beta and tumor necrosis factor-alpha, which peaks within hours after injury (Pineau and
Lacroix, 2007). The first immune cells to enter the CNS following injury are neutrophils, whose

main function is to destroy foreign bacteria that may have been introduced during injury, although in



animal models the typical SCI occurs under sterile conditions (Means and Anderson, 1983, Travlos
et al., 1994, Carlson et al., 1998, Fleming et al., 2006, Donnelly and Popovich, 2008). The next cell
recruitment period occurs 3 days post-injury when macrophages infiltrate the injured cord (Stitling
and Yong, 2008). Macrophages are not native to the CNS and enter the spinal cord through the
leaky vasculature, but once in the CNS the macrophages are difficult to distinguish from reactive
microglia (Nathan et al., 1980, Celada and Nathan, 1994). Both neutrophils and macrophages
generate oxygen free radical species and lysosomal enzymes that cause non-specific degradation of
the surrounding cells and tissue (Cassatella, 1995, Taoka and Okajima, 2000).

Limiting the initial immune reaction using antibodies against integrins specific to pro-
inflammatory cytokines, led to decreased tissue damage at early time points post-injury (Gris et al.,
2004, Bao et al., 2005). It is important to note that the inflaimmatory response may be a double-
edged sword that relies on both the phagocytic and growth promoting properties of macrophages.
Macrophages are one of the few cell types capable of phagocytosis of myelin-debris, which has been
implicated as a major barrier to axonal growth following SCI. Macrophages also secrete a diverse set
of molecules that can elicit many biological responses and promote a return to homeostasis (Fahey
et al., 1990, Clark, 1993). Following the initial trauma and secretion of pro-inflammatory cytokines,
the resident and recruited macrophages activate differentiation expression patterns that direct them
into inflammatory M1 or anti-inflammatory and neuroprotective M2 subtypes (Auffray et al., 2009,
Shechter et al., 2009, London et al., 2011).

The complex mechanisms following SCI have all been shown to affect tissue degradation
and mitigation of the vascular, ionic, or inflammatory damage results in improved recovery by
limiting the loss of functional synaptic connections. Weeks to months after the primary injury, the
secondary injury is stabilized and results in the formation of a glial scar that separates surviving

tissue from the cystic cavity.



1.2.2 Glial Scar Formation and Inhibitory Cues

The secondary events following the initial trauma are complex, interconnected and result in
an area of injury several times larger than the initial injury site. The rapid necrosis seen following SCI
stabilizes over several weeks and results in the formation of a glial scar surrounding a cystic cavity.
The main contributors to the glial scar are astrocytes but microglia, macrophages, neutrophils,
fibroblasts, and other infiltrating peripheral cells have also been seen (Wakefield and Eidelberg,
1975, Means and Anderson, 1983, Blight, 1985, Giulian et al., 1989, Maxwell et al., 1990, Xu et al.,
1990, Abnet et al.,, 1991, Dusart and Schwab, 1994). Astrocytes at the site of injury have altered
genetic profiles and undergo morphological changes resulting in the formation of reactive astrocytes
(Gearhart et al., 1979, Kruger et al., 1986, Maxwell et al., 1990, Bunge et al., 1994, Dusart and
Schwab, 1994). Cytokines and soluble factors are implicated as a driving force for conversion into
the reactive cell state (Panter et al., 1990, Woodroofe et al., 1991, Lindholm et al., 1992, L.ogan et al.,
1992, Taupin et al.,, 1993, Tchelingerian et al., 1993). Injection of interleukin-1 into the uninjured
spinal cord was able to trigger reactive gliosis (Giulian et al., 1988). Reactive astrocytes demonstrate
significantly upregulated expression of glial fibrillary acidic protein (GFAP), which is critical for the
formation of intermediate filaments. A hallmark of the glial scar is a reactive astrocyte “net” that
fully surrounds the cystic cavity via the extension of their end feet to form a multilayer interface
separating healthy and necrotic tissue.

The glial scar not only serves as a physical barrier to neurite growth but astrocytes also
express a multitude of ECM proteins that provide inhibitory chemical cues to extending axons. The
ECM within the glial scar mainly contains fibronectin, laminin, N-CAM, thrombospondin, heparin
sulfate proteoglycans, chondroitin sulfate proteoglycans (CSPGs), and tenascin (Grierson et al.,
1990). Although some components of the ECM have neurite growth promoting properties,

significant upregulation and deposition of CSPGs has shown to be a potent inhibitor to neurite



growth. CSPGs (aggrecan, neurocan, brevican, and phosphocan) consist of several highly sulfated
glycosaminoglycan (GAG) side chains connected to a core protein. CSPGs are thought to provide
important axon guidance cues during development and play a key role in stabilizing synaptic
connections through perineuronal nets (Knudson and Knudson, 2001, Pizzorusso et al., 2002,
Hwang et al., 2003, Laabs et al., 2005, Sirko et al., 2007). GAG side chains vary in length and contain
unbranched polysaccharides with repeating D-glucuronic acid (GlcA) and N-acetyl-D-galactosamine
(GalNAc) disaccharide units that can be sulfated at the C2 position of GlcA and at the C4 or C6
position of GalNAc. The sulfation patterns of the GAG side chains lead to significant changes in
axon guidance cues produced by the CSPGs (Wang et al., 2008).

CSPGs play a multifaceted role during development and in the mature adult, so it is not
surprising that CSPGs affect a multitude of receptors found on neurons. For instance, GAG side
chains can bind to PTPG/LAR type receptors and NgR1/NgR3 receptors found on neuronal cell
membranes and trigger the Rho/ROCK cascade leading to microtubule destabilization and growth
cone collapse (Shen et al., 2009, Fisher et al., 2011, Dickendesher et al., 2012). CSPGs can also
interact with the transmembrane protein semaphoring 5A to convert them from attractive to
repulsive guidance cues (Kantor et al., 2004). Furthermore, CSPGs limit the interaction of integrins
with growth promoting ECM proteins such as laminin. Increasing the amount of available integrins
on neuronal cell membranes can overcome CSPG inhibition by increasing the probability that the
integrins bind to their target ECM proteins (Condic et al., 1999, Afshari et al.,, 2010, Tan et al,,
2011). The degradation of the GAG side chains from the core protein using enzymatic degradation
with chondroitinase ABC (ChABC) leads to significant increases in neurite and axon extension
vitro and #n vivo, while also improving functional recovery (Bradbury et al., 2002b). Therefore, limiting
or degrading the ability of CSPGs deposited by reactive astrocytes to bind target receptors can be a

potent therapeutic strategy for SCI.
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It is important to note that astrocytes have a dual nature and provide necessary functions for
recovery through secretion of soluble factors and deposition of growth promoting substrates.
Neurites are consistently seen growing over astrocyte bridges into and around the injury site (Taylor
et al., 2006b, Zukor et al., 2013, Goldshmit et al., 2014). In vitro studies have shown astrocyte
cultures to be highly growth promoting substrates for neurite extension (Noble et al., 1984). One
key difference between the growth promoting and growth inhibiting substrates is the presence of
CSPGs, where growth promoting substrates lack CSPGs. Interestingly, the immature CNS has a
higher potential for recovery after SCI and typically has less pronounced reactive gliosis (Smith et al.,
1986, Rudge and Silver, 1990). This suggests that maturation of astrocytes plays an important role in
deciding if astrocytes become reactive after injury. It is possible that mature astrocytes respond
differently to released cytokines or other soluble factors compared to immature astrocytes.
Therefore it may be possible to drive astrocytes into a more growth permissive state instead of the
predominant inhibitory reactive state. This has been studied with some success; the delivery of
neural growth factor (NGF) into adult rat CNS led to an increase in cholinergic fibers penetrating
into grafts by growing along astrocyte formed ECM (Kawaja and Gage, 1991). The enhanced fiber
growth may partially be attributed to effect of NGF on astrocyte deposition of growth promoting
substrates.

The glial scar and CSPGs account for a significant proportion of inhibition following SCI
but several other factors also influence neurite extension. One powerful growth inhibitor is myelin
debris that remains within the injury site and non-phagocytosed. In the CNS, myelin formation
begins at the end of development when oligodendrocytes differentiate into mature states. Upon
injury, myelin debris remains in and around the injury site due to neuronal and glial cell death, as
well as neuronal die back (Savio and Schwab, 1989, Bandtlow et al., 1990, Akbik et al., 2012). The

myelin debris and its MAIs can be phagocytosed by microglia, macrophages, and infiltrating
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Schwann cells, but MAIs persist in high concentrations around the injury site. White matter, which
contains increased amounts of myelin, is significantly inhibitory to neurite extension compared to
grey matter, and isolated CNS myelin substrates provide a highly non-permissive substrate iz vitro
(Savio and Schwab, 1989).

The myelin-associated membrane proteins, such as Nogo-66, MAG, and OMgp bind the
Nogo receptor on neurons, which triggers the Rho/ROCK cascade through the transmembrane
proteins Lingo-1 and p75 (Domeniconi et al., 2002b, Liu et al., 2002, Wang et al., 2002a, McGee and
Strittmatter, 2003). Blocking the upstream activation of the ROCK signaling pathway can be
achieved using Nogo receptor fragments, targeted Nogo receptor antibodies, or inactivating
downstream effectors of the pathway (Liebscher et al, 2005c, Forgione and Fehlings, 2014).
Similarly, limiting the activation of RhoA, RhoB, and RhoC proteins increased functional recovery in
animal studies (Dergham et al., 2002, Fournier et al., 2003). Delayed treatment with Rho-kinase
inhibitors did not show improved recovery after injury, which suggests a need for acute or semi-
acute therapies after SCI (Nishio et al., 2006). Recent research has also implicated myelin associated
lipids as inhibitors to neurite extension (Mar et al., 2015). Interestingly, the researchers showed that
myelin lipids, cholesterol and sphingomyelin, inhibit axon growth and act through a Rho/ROCK
independent pathway.

The timing and duration of treatment options is an important factor that has not yet been
addressed in this thesis but may be a major contributor to recovery. For instance, recent research has
shown that the duration of ChABC treatment in cat hemisection models led to differences in
functional recovery and that longer treatment times increased the number of rubrospinal tract
neurons below the lesion site (Mondello et al., 2015). Furthermore, the combination therapy of
ChABC and anti-Nogo-A was coupled with treadmill training in a rat dorsal column crush injury

with varying results. The researchers measured improved functional recovery when anti-Nogo-A
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was infused into the injury site immediately after injury and continually for two weeks, while ChABC
treatment began three weeks after the injury and lasted for 10 days. The researchers noted that if the
ChABC treatment was overlapped with anti-Nogo-A immediately after injury or the anti-Nogo-A
had a delayed start to treatment that no further functional recovery was seen compared to single
treatments alone (Zhao et al., 2013). Therefore, the timing and duration of treatments may be an
important factor that is not often studied within spinal cord injury. Also, determining how single
treatment options interact with each other during combination treatments may provide varying
results whether the treatments are sequential or overlapped.

In conclusion, the glial scar arises to limit the expansion of the secondary injury and forms a
barrier between healthy and necrotic tissue. After stabilization it is a formidable obstacle to recovery
because of its robust inhibitory cues that destabilize the growth potential of extending axons. The
following sections will detail the main areas that research has focused on to overcome the multitude

of obstacles present after SCI.

1.3 Current treatment options for SCI

Since Aguayo showed that CNS neurons were capable of long distance regeneration through
PNS grafts, SCI research has led to an array of treatments that target various obstacles that arise.
The main goal of any therapeutic approach is to reform lost synaptic connections, but the therapies
vary in how to meet this fundamental goal. Some therapies aim to boost the intrinsic growth
potential of surviving neurons while others aim to limit the inhibitory molecules found in the glial
scar. Therapies can also aid in recovery through cell transplantation of specific cell types, again with
the goal of aiding host cells in reforming synaptic connections. Several treatments have bridged the

gap from animal to human studies, but few human trials have been successfully completed due to
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poor results or loss of funding. The two main treatment areas are molecular or drug based therapies

and cell transplantation therapies.

1.3.1 Molecular Therapeutic Strategies

Various drugs have been tested in animal models for their potential to overcome barriers
limiting recovery following SCI. Some therapies deliver molecules that increase the intrinsic growth
potential of neurons or increase tissue sparing following SCI. Many of the molecular therapies work
by removing, limiting, or masking the inhibitory environment from regenerating neurons, including
cues derived from CSPGs and MAIs. These were briefly discussed in section 1.2.2 pertaining to
secondary injury and development of the glial scar. Below we will review the main molecular

therapies studied for use in SCI treatment in greater detail.

1. Chondroitin Sulfate Proteoglycans

Under normal conditions CSPGs are major components of perineuronal nets (PNNs) and
are found within CNS extracellular matrix (Kwok et al., 2011, Kwok et al., 2012). CSPGs are
significantly upregulated following SCI with peak deposition between 10 to 14 days post injury and
form a dense chemical barrier to axon growth (Jones et al., 2003). Much of the inhibition from
CSPGs is due to the presentation of the GAG side chains and their interaction with target receptors
on neuronal cell membranes.

Treatment of CSPGs with ChABC degrades the GAG chains and prevents the activation of
the receptors on the neuronal cell membrane. ChABC is a bacterial derived enzyme isolated from
Protens vulgaris and degrades the GAG chains into soluble disaccharides leaving the core stub protein
(Yamagata et al,, 1968). Not only is the resulting chondroitin sulfate E-disaccharide growth

promoting, but ChABC mediated degradation results in the release of bound growth factors from
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CSPGs (Rolls et al., 2004). The efficacy of ChABC to remove inhibition from CSPGs has been
shown in several 7z vitro and in vivo studies resulting in increased axonal sprouting and regeneration, a
decrease the glial scar area, and improved functional recovery in acute and chronic injury models
(Zuo et al.,, 1998, Moon et al., 2001, Bradbury et al., 2002b, Garcia-Alias et al., 2008, Garcia-Alias et
al., 2009, Wang et al., 2011).

In most studies, ChABC is bacterially expressed, which can complicate translation into
clinical use, due to the risk for enhanced immune response. Recently, an engineered mammalian-
compatible ChABC was used in a rat thoracic contusion injury and showed the potential for
improved axonal sprouting and functional recovery; the ChABC was delivered using lentiviral
vectors for continual expression of ChABC and large-scale digestion of CSPGs (Bartus et al., 2014).
The continual degradation of CSPGs within the CNS may be counterproductive on a larger time
scale because of the inability to reform perineuronal nets, which are vital for stabilizing synaptic
connections between axons and dendrites.

CSPGs target many receptors located on the neuronal cell surface but have shown a high
affinity for PTP 0 and LAR type receptors (Dyck et al., 2015). Research from Dr. Jerry Silver’s lab
removed the need for using the highly labile ChABC and invasive catheters by subcutaneous

injection of a peptide that blocks binding of GAG chains to the PTP o receptor. The peptide was

shown to localize to the site of a thoracic contusion injury and increased axonal sprouting,

regeneration, and functional recovery compared to a non-active control peptide (Lang et al., 2015).

2. Anti Myelin-Associated Inhibitors
MAISs, such as Nogo-A, OMgp, and MAG, are important chemical cues in mature CNS that
limit axon growth and plasticity to stabilize functioning neuronal circuits. Unfortunately, following

SCI MAIs are not degraded or removed from the injury site causing limited sprouting and
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regeneration. The main MAIs interact with neurons through a common receptor, Nogo receptor
(NgR), which initiates the Rho/ROCK cascade, resulting in microtubule disassembly and growth
cone collapse (Domeniconi et al., 2002a, Liu et al., 2002, McGee and Strittmatter, 2003). Currently
three types of Nogo receptors (NgR1, NgR2, and NgR3) have been characterized; Nogo, OMgp,
and MAG are ligands for NgR1 and NgR3 but only MAG interacts with NgR2 (Venkatesh et al,,
2005). Although MAIs have been shown to bind to other cell membrane receptors, blockage of
NgR1 using a competitive antagonist, function-blocking antibody, or soluble NgR1 ectodomain
significantly improved neurite outgrowth on myelin substrates and deletion of NgR1, but not NgR2,
led to increased regeneration of injured optic nerves in rats (GrandPre et al., 2002, Liebscher et al.,
2005b, Maier et al., 2009, Dickendesher et al., 2012). Therefore, targeting of the NgR1 receptor is
necessary and sufficient in limiting inhibition from MAIs following injury.

Delivery of Nogo-A function-blocking antibodies via intrathecal pump in a rat thoracic
injury model resulted in long distance regeneration of corticospinal tract axons and improved
functional recovery (Liebscher et al., 2005b). Interestingly, the combination treatment of ChABC
delivered via catheter and anti-Nogo-A delivered via intrathecal pump significantly improved axon
sprouting, regeneration, and functional recovery over either treatment alone when coupled with
rehabilitative treadmill training (Zhao et al., 2013). However the delivery of the molecular therapies
could be improved by removing the need for catheters and intrathecal pumps, which cause increased

scarring and injury at the site of injury (Jones and Tuszynski, 2001).

3. Growth factors and therapies that enhance intrinsic growth potential
The cell loss and expansion of the secondary injury following SCI can be reduced by
delivering neurotrophic factors and molecules that enhance the intrinsic ability of axons to

regenerate. Much of this introduction has discussed the need to overcome the inhibitory local
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environment caused by formation of the glial scar, but adult neurons show significantly less growth
potential than embryonic or developing neurons and require additional stimuli to prompt
regeneration. Thus, research has focused on treatments that increase the intrinsic growth potential
of adult neurons in an attempt to revert them into a more proliferative embryonic state. It is likely
that therapies that positively affect the intrinsic growth capacity of neurons combined with therapies
that limit inhibition from extrinsic sources will provide improved treatment than either option alone.

Neurotrophic factors are normally secreted by local glia and are vital to the maintenance of
healthy tissue. Following injury, specific growth promoting factors are upregulated within the spinal
cord and help to mitigate cell loss. Exogenous delivery of a variety of neurotrophic factors has also
been shown to increase cell survival and limit formation of the glial scar. Brain derived neurotrophic
factor (BDNF) and neurotrophin-3 (NT-3) are neurotrophic factors that have demonstrated
promising effects in many studies when delivered into the injured spinal cord (Schnell et al., 1994b,
Grill et al, 1997a, Jakeman et al, 1998, Liu et al, 1999). Interestingly, BDNF appears to
preferentially promote regeneration of rubrospinal, raphespinal, cerulospinal and reticulospinal
tracts, while N'T-3 affects regeneration of the corticospinal tract and dorsal sensory axons (Ye and
Houle, 1997, Menei et al., 1998, Kerr et al., 1999, Storer et al., 2003, Taylor et al., 2006a). BDNF
treatment was shown to increase axon regeneration and synapse formation in motor neurons below
the injury site but no improvement or decline in functional outcome was measured (Lu et al., 2005,
Lu et al,, 2012). Delivery of nerve growth factor (NGF) via transplantation of genetically modified
fibroblasts for continual secretion of NGF led to increased axonal growth into the transplant area;
however, no axons were seen exiting the transplant. This was likely due to the over-abundance of
NGF expressed within the graft, resulting in the “candy store effect” whereby axons grow up to the
source of growth factor but become unwilling to exit into the non-permissive glial scar (Grill et al.,

1997b).
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NGF, BDNF, and NT-3 affect neurons by binding to the p75 neurotrophin receptor and
modulating TrkA, TrkB, and TrkC signaling; other growth factors affect glia in the CNS instead of
neurons. For example, glial cell-line derived neurotrophic factor (GDNF) is expressed by both
astrocytes and oligodendrocytes and activates GFRa receptors located on neurons,
oligodendrocytes, astrocytes, and Schwann cells (Jaszai et al., 1998, Hoke et al., 2003, Zhang et al.,
2009, Cristante et al., 2012). GDNF delivered into the injured spinal cord consistently resulted in
increased myelination of regenerating fibers, enhanced sensory fiber axon growth and motor neuron
growth (Blesch and Tuszynski, 2003). However GDNF also promotes growth of pain fibers after
injury, which may lead to negative side effects and limit its potential use as an SCI treatment
(Tuszynski et al., 1994, Blesch and Tuszynski, 2003, Ramer et al., 2003). Delivery of platelet-derived
growth factor (PDGF) can aid stabilization and maturation of blood vessels at the injury site and is
an important factor in oligodendrocytes maturation (Raff et al., 1988, Almad et al., 2011). Previous
research from the Sakiyama-Elbert lab looked at the combination of promising growth factors to
determine which combination led to the greatest increase in neuronal regeneration and decreased
glial scar formation (McCreedy et al., 2014). The combination of NT-3 and PDGF growth factors
increased the presence of neuronal markers both rostrally and caudaully to the injury site and
improved migration of transplanted cells into the host spinal cord. These studies have shown the
benefits of using neurotrophic factors to enhance the growth potential of axons and possibly
mitigate the inhibitory extrinsic environment to overcome the limitations affecting recovery
following SCI.

Enhancing the regenerative potential of adult neurons can also be achieved without the use
of neurotrophic factors. Recent research promoting activation of intracellular pathways that lead to
growth cone stabilization through microtubule assembly has shown promise (Cai et al., 2001, Liu et

al., 2010, Blesch et al., 2012, Walker et al., 2012, Ma et al., 2014). Continuous delivery of cyclic
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adenosine monophosphate (cAMP) into the injured spinal cord increases activation of the mTOR
pathway and promotes axon extension. cAMP is a secondary messenger that is upregulated during
embryonic stages of development but is downregulated in adult populations. Furthermore, the
addition of cAMP to primary cells cultured on growth permissive or inhibitory substrates led to
increased neurite extension. The regrowth potential of adult corticospinal neurons is believed to
decrease after maturation and is accompanied by a downregulation of the mTOR pathway. The
deletion of PTEN, a negative regulator of mTOR, showed enhanced sprouting of injured
corticospinal neurons in mice and led to successful reformation of lost synaptic connections distal to
the injury (Liu et al., 2010).

All three molecular therapy areas have shown significant benefits to recovery after injury, but
combination therapies that provide both neuroprotection and affect extrinsic and intrinsic factors

will be needed to further enhance functional recovery.

1.3.2 Cell Replacement Therapies

One major research strategy following SCI is cell transplantation to aid in replenishing cells
lost. A wide variety of cell types with unique therapeutic strategies have been investigated as
treatment options. Some cells, such as Schwann cells, have been shown to express a multitude of
factors and remove some extrinsic barriers, while other cell types, such as bone marrow stromal cells
and fibroblasts, are autologous populations with high growth rates and are relatively easy to acquire.
A large emphasis has also been placed on transplanting cells that are relevant to the CNS, such as
astrocytes, olfactory ensheathing glia, or neural progenitor cells. One large benefit of cell
transplantation as a therapy is the ability to genetically alter cells to produce specific proteins that

can also aid in recovery. A vast amount of research published within the last decade has combined
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cell transplantation with the molecular therapeutic strategies discussed in section 1.3.1. The main cell

types used in transplantation studies and their combination therapies will be reviewed below.

1. Schwann Cells

Schwann cells are found in the PNS and provide neurotrophic support and myelination to
extending axons. Following PNS injury, Schwann cells are capable of dedifferentiating from a more
mature state to an immature state that allows phagocytosis of myelin debris, unlike oligodendrocytes
in the CNS. In addition to removing inhibitory myelin debris, Schwann cells express a wide range of
growth factors including NGF, BDNF, and GDNF that were previously discussed in section 1.3.1.
Following SCI, Schwann cells infiltrate the CNS through the ventral roots and can remyelinate
axons in spared white matter (Bresnahan et al., 1976, Bunge et al., 1994, Beattie et al., 1997, Bruce et
al., 2000).

Transplantation of autologous Schwann cells alone has shown improved regeneration and
functional recovery in a few studies (Takami et al., 2002, Barakat et al., 2005, Schaal et al., 2007).
One major limitation to the use of autologous Schwann cells is the invasiveness of harvesting the
cells from peripheral nerves (Casella et al., 1996, Hilton et al., 2007). However the technique remains
at the forefront of research and further improvements have been measured with the transplantation
of genetically engineered Schwann cells that express neurotrophic factors and ChABC to improve
engraftment of transplanted cells, increase myelination and neuronal extension, decrease glial scar
development, and improve functional recovery (Kanno et al., 2014). Significant Schwann cell
research has been performed by the Bunge lab at the Miami Project to Cure Paralysis, which is
currently enrolling patients for phase 1 clinical trials of autologous Schwann cell grafts for treatment

of acute and chronic SCI. Although the hope is that the clinical trials successfully show the efficacy
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of Schwann cell for SCI treatment, future trials may require multifactorial therapies that also deliver

neurotrophic factors or mechanisms to limit the inhibitory environment found in the glial scar.

2. Olfactory Ensheathing Glia

Olfactory ensheathing cells (OECs) are another peripheral nervous system glial cell that
infiltrates the CNS following traumatic injury. OECs aid in regeneration of transected or injured
olfactory bulbs by providing a growth permissive substrate for peripheral olfactory axons to migrate
into the CNS and reform lost synaptic connections. Similarly, transplantation of OECs into the
spinal cord promotes regeneration of transected dorsal root axons, corticospinal tract axons, and
serotenergic axons by providing myelination and cellular bridges across the inhibitory lesion,
although functional improvements have been limited (Ramoncueto and Nietosampedro, 1994, Li et
al., 1997, Ramon-Cueto et al., 2000). Some reports indicate that transplantion of olfactory nasal
mucosa cells, a common source of OECs, leads to increased motor recovery following complete
transections, but replication studies failed to observe the same results.

As with Schwann cells, the combination of OECs with other treatments further enhances
their therapeutic potential. Combining OEC transplantation with rehabilitative treadmill training
after a complete thoracic transection showed improved hindlimb functional recovery (Lu et al., 2001,
Lu et al., 2002, Steward et al., 2006). More recently OECs garnered national media attention when a
group of European scientists transplanted OECs into a 40 year old male with a transected thoracic
spinal cord injury resulting from a knife wound 4 years earlier (Tabakow et al., 2014). The patient is
reported to have regained functional recovery following transplantation although the treatment has
undergone scrutiny for its claims that the OECs are the reason for the functional recovery (Guest
and Dietrich, 2015). While OECs do appear to have some therapeutic potential, it is unclear whether

that potential outweighs the benefit of using other more easily attainable autologous cell types.
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3. Bone Marrow Stromal Cells

Bone marrow stromal cells (BMSCs) are an interesting cell type used for SCI treatment
because they are not naturally found in the PNS or CNS following injury, but the transplanted cells
are capable of expanding to fill the cystic cavity and secrete growth factors that aid in recovery. The
efficacy of BMSCs has been debated; some research has shown functional improvement, but
replication studies failed to duplicate the positive results (Chopp et al., 2000, Hofstetter et al., 2002).
Despite the concerns over efficacy, BMSC transplants in clinical trials showed a decrease in lesion
size and increase in neuroprotection and sprouting, although BMSCs do not differentiate into
neurons and therefore any recovery is an indirect effect. BMSCs are derived from the hematopoietic
cell fraction of bone marrow and are purified by adhesion to plastic. This results in a heterogeneous
mixture of hematopoietic stem cells and mesenchymal stem cells with high variability between
laboratories, which may explain the differences between studies. Human BMSCs derived from four
different donors had variable results when transplanted into a rat hemisection SCI model,
highlighting the importance of better understanding and characterizing the types of cells being
transplanted at the injury site (Neuhuber et al., 2005). However most clinical trials involving cell
transplantation therapies for SCI have used BMSCs due to them being autologous cells with
relatively easy harvesting and implantation but the treatments again were split when showing
functional improvements (Sanchez-Ramos et al., 2000, Hofstetter et al., 2002, Krabbe et al., 2005,

Chernykh et al., 2007, Phinney and Prockop, 2007, Song et al., 2007).

4. Neural Stem Cells
Neural stem cells (NSCs) are a highly studied cell type for SCI treatment and can be derived
from several different autologous and non-autologous sources. While other cell transplantation

therapies provide trophic support to surviving local cells or deposit ECM to bridge the cystic cavity,
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NSCs are unique because they are precursor cells that can mature to replace lost cell populations
including oligodendrocytes, astrocytes, and neurons. Transplanted NSCs from fetal spinal cord
tissue have been shown to fill the cystic cavity and form functional connections with the surviving
host tissue in several animal models (Houle and Reier, 1989, Reier et al., 1992). However, research
using fetal spinal cord tissue has been hindered due to ethical and political reasons, which may limit
clinical translation of the treatment. Future NSC treatments may rely on human NSC lines that have
been immortalized or derived from autologous sources and induced into a neural fate but
autologous induced pluripotent stem cells pose risks of spontaneously reverting back into immature
domains (Choi et al., 2014). Protocols were recently established to derive NSCs from differentiated
murine fibroblasts; retrovirus vectors were used to generate induced pluripotent stem (iPS) cells,
which were then driven into an NSC fate using pro-neural growth factors and media in suspension
culture (Moon et al., 2011). The use of iPS cells is promising but limitations arise due to long NSC
generation times which are at least 2 months.

Transplantation of NSCs into the spinal cord typically results in the differentiation of glia
over neurons. This phenomenon led to the use of more restricted progenitor domains for
transplantation termed neuronal restricted precursors (NRPs) and glia restricted precursors (GRPs),
which can be purified from each other using immunopanning for specific cell surface markers (Cao
et al., 2001, Cao et al., 2002). NRPs are typically not used following SCI due to a very poor survival
rate following transplantation (Cao et al., 2002). GRPs preferentially differentiate into astrocytes
following transplantation, although increased myelination and oligodendrocyte formation has been
observed (Mitsui et al., 2005b, Karimi-Abdolrezaee et al., 2006, Neuhuber et al., 2008, Parr et al.,
2008). Research involving transplantation of primary or NSC-derived astrocytes is promising due to

the formation of astroglial bridges that provides a substrate for axonal extension and cell migration.
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5. Embryonic Stem Cells

Embryonic stem cells (ESCs), such as NSCs, are strong therapeutic candidates that can
replace lost cell populations with phenotypically similar cells. ESCs can be continually expanded and
can differentiate into cells from all three germ layers. ESCs induced into a neural progenitor fate
(ES-NPCs) and transplanted into a contusive SCI injury model survived, differentiated into mature
CNS cell types, and led to improved functional recovery (McDonald et al., 1999). Further research
showed transplanted ES-NPCs improved spontaneous and evoked pain responses in mice after SCI,
suggesting increases in serotonergic fiber regeneration (Hendricks et al., 20006). Surviving
transplanted ES-NPCs have been characterized as NG2 positive and express matrix
metalloproteinase 9, which is capable of degrading the inhibitory CSPGs to promote axonal
outgrowth (Vadivelu et al., 2015).

Similar to NSC transplantation, ES-NPCs have poor survival post transplantation, and the
surviving cells typically differentiate into glia with poor neuronal differentiation and maturation. The
optimal time for stem cell delivery into the injured rat spinal cord has been established as 1-2 weeks
post-injury corresponds to the tail end of the inflimmatory phase and beginning of glial scar
formation (Ogawa et al., 2002, Okano, 2002, Okano et al., 2003). The high glia differentiation led to
the development of more restricted neuronal domains and protocols to increase the purity of motor
neuron progenitors prior to transplantation (Erceg et al,, 2009, Rossi et al., 2010). High purity
human ESC-derived motor neuron progenitors (hMNPs) were transplanted into rat cervical SCls
where they survived, differentiated, and demonstrated site-specific integration distal to the injury
site. Of interest, hMNPs near the injury site reverted to a neuronal progenitor state, which suggests
that the environmental cues at the injury site limit neuronal maturation.

Ethical concerns surrounding the use of human ESCs has given rise to the interest in human

induced pluripotent stem cells (hiPSCs) as a cell source. Recent publications have shown that hiPSCs
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differentiated using ESC differentiation protocols for progenitor motor neurons result in
phenotypically similar cells that are functional upon transplantation into chick embryos and form
functional connections with host tissue (Toma et al., 2015). Transplantation of hiPSC neurospheres
into SCI models has resulted in the maturation of astrocytes and neurons with improved
angiogenesis, host tissue sparing, and functional recovery (Nori et al., 2011, Kobayashi et al., 2012)
(Kobayashi et al 2012, Nori et al 2011). Interest in neural progenitor cells is continually growing and
maturing as evidenced by the human ESC-derived NSCs clinical trial that began in 2014 by Neural
Stem Cells, inc. (Rockville, MD) and has now entered into Phase II clinical trials that will study the
efficacy of NSCs to treat cervical SCIL.

One large drawback to the use of ESC-derived neural cell types is the formation of
teratomas due to the small percentage of undifferentiated ESCs present in the transplant (Johnson et
al., 2010b). To address this problem, the Sakiyama-Elbert lab in collaboration with Dr. David
Gottlieb’s lab has developed transgenic ESCs that express antibiotic resistance under the progenitor
motor neuron marker, Olig2 (McCreedy et al., 2012). This allows for antibiotic selection of ESC-
derived pMNss, allowing for transplantation of highly pure populations. Selected ESC-derived pMNs
embedded in modified fibrin scaffolds with neurotrophic factors survived and differentiated in a
sub-acute rat thoracic SCI model (McCreedy et al., 2014). Most importantly, the transplants were
negative for ESC markers and teratomas did not form. The ability to remove the tumorgenic
properties of the ESC-derived transplants removes a major concern for clinical applications,

especially given their efficacy.
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1.4 Biomaterial Scaffolds used for Spinal Cord Injury Therapy

Biomaterial scaffolds are formed from synthetic or natural sources and can provide a
structural bridge between injured areas, promote axonal extension and cell migration, and mediate
sustained release of molecular therapies directly to the injured site. Although biomaterial scaffolds
play a key role in repair following SCI, they are commonly used in conjunction with drug delivery
and cell transplantation therapies. Many studies have shown the efficacy of coupling cell
transplantation with biomaterial scaffolds because cell transplantation alone typically leads to low
survival due to the unfavorable environment. While many synthetic and natural biomaterials have
been studied in animal models, only the common natural scaffolds will be reviewed here. Synthetic
scaffolds have many advantages including customization and control over mechanical properties,
but can be prone to immune responses and are limited by the FDA (Straley et al., 2010). A
combination of natural and synthetic scaffolds that incorporate the best of both systems may be a
promising therapeutic biomaterial scaffold going forward.

Natural scaffolds provide unique benefits over synthetic scaffolds, including their
biocompatibility, high quantity of cell adhesion sites, and approval from the FDA for use as
transplant material. Natural scaffolds typically have lower mechanical properties and are limited to
applications in soft tissues such as skin, PNS, and CNS; materials for SCI treatment are typically
chosen for their cell adhesion sites to promote cell survival and migration (Kim et al., 2014). Three
common natural scaffolds reviewed below are agarose, collagen, and fibrin, but research has also

focused on alginate, chitosan, and hyaluronic acid with varying results.

Alginate /Chitosan
Alginate has shown some promise when BDNF-expressing fibroblasts were incorporated
into the scaffold, but alginate has known cytocompatibilty issues and a high degradation rate, which
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make it a less ideal material for SCI treatment (Zimmermann et al., 2001, Tobias et al., 2005, Ashton
et al., 2007). Chitosan scaffolds are one of the few biomaterials that demonstrate neuroprotective
effects and potential for functional recovery without combination with cell transplantation or drug
delivery (Cho et al., 2010). Some research has shown that transplantation of NSCs in chitosan
channels resulted in improved regeneration and functional recovery in complete transections of
thoracic rat spinal cords (Nomura et al,, 2008a, Nomura et al., 2008b, Bozkurt et al., 2010).
However, no significant effects were seen when chitosan channels were loaded with anti-myelin
inhibitors to remove extrinsic inhibitory factors or cAMP to increase neuronal growth potential

(Kim et al., 2011, Guo et al., 2012).

Hyaluronic Acid

Hyaluronic acid scaffolds have several limitations, including limited cell adhesion, weak
mechanical properties, and high degradation rates. For use in SCI, hyaluronic acid scaffolds must be
modified to incorporate cell adhesion sites into the material and combined with synthetic polymers
to improve mechanical properties. For instance, oligodendrocyte progenitor cells were transplanted
within hyaluronic scaffolds crosslinked with thiol-functionalized gelatin and poly(ethylene glycol)

diacrylate and resulted remyelination of demylinated axons after ethidium bromide treatment (Li et

al., 2013).

Agarose

Agarose, collagen, and fibrin are more commonly used for as biomaterial scaffolds in SCI
due to their ability to provide cell adhesion, form 7» sit# under mild conditions, and high cell
transplant potential. Agarose has shown potential to guide cell adhesion and neurite outgrowth 7z

vitro (Luo and Shoichet, 2004) and increase axonal regeneration following SCI (Stokols and
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Tuszynski, 2006). Templated agarose scaffolds containing autologous BMSCs that ubiquitously
express NT-3 showed significant increases in long range axonal growth of transected cervical dorsal
column sensory axons (Grous et al., 2013). However, regeneration beyond the scaffold was limited,
most likely due to the reactive glial scar, further demonstrating the need to remove inhibition caused

from secondary injury.

Collagen

Collagen is a promising natural biomaterial due to the abundance of cell adhesion sites
capable of supporting migration, proliferation, and differentiation, and also has mechanical
properties similar to most soft tissues (Yoshii et al., 2004). Collagen scaffolds combined with growth
factors, BDNF and NT-3, in a dorsal column transection resulted in increased corticospinal tract
regeneration and partial functional recovery (East et al., 2010, Han et al., 2010). Transplantation of
ESC-NPCs or Schwann cells in collagen scaffolds each led to enhanced remyelination and axon
regeneration in rat models of SCI (Hatami et al., 2009, Patel et al., 2010); however, only the
transplantation of ESC-derived neural precursors showed improved functional recovery. Recently,
the transplantation of OECs within a collagen-based multichannel scaffold resulted in no
discernable improvements in motor function or decrease in allodynia following a thoracic
hemisection in rats (Deumens et al., 2013). This adds doubt to the efficacy of transplanting OECs or

using collagen scaffolds to treat SCIL.

Fibrin
Fibrin based scaffolds have been considered one of the best candidates for a minimally
invasive scaffold with high therapeutic potential (Itosaka et al., 2009, Kim et al., 2014). Similar to

collagen, fibrin has a multitude of cell adhesion sites and can support cell migration, proliferation,
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and differentiation. As with most natural scaffolds, fibrin scaffolds are biodegradable and can be
injectable or formed 7 situ. The transplantation of fibrin scaffolds with NT-3 growth factor after
injury resulted in increased neural fiber density but no significant improvements in functional
recovery at 12 weeks (Taylor et al., 2006c). The combination of NT-3 and PDGF growth factors
delivered from fibrin scaffolds transplanted in a sub-acute model (two weeks after the initial injury)
led to increased neural fiber density, promoted neuronal extensions across the lesion barrier, and
decreased development of the glial scar (Johnson et al., 2010b) .

Additional studies transplanted ESC-derived NPCs in fibrin scaffolds with NT-3 and PDGF
growth factors, which caused improved cell survival and proliferation, although sustained release of
the growth factors increased tumor formation at the site of injury (Johnson et al., 2010c). More
recently, fibrin scaffolds containing growth factor cocktails and NSCs were transplanted in complete
thoracic transection in rats, which resulted in axonal projections through the transection and back
into the host tissue and showed significant locomotor recovery. These results were extremely
promising, but replication studies failed to discern any increases in functional recovery compared to
control groups, measured limited host axons growing into the transplant site, and saw ectopic
masses of transplanted NSCs long distances away from the transplantation site including the brain
(Sharp et al., 2014, Steward et al., 2014).

NSC mediated tumor and ectopic mass formation truly highlights the need for improved cell
transplantation models when using NSCs. To this end, high purity progenitor domains from ESC-
derived pMNs were purified using antibiotic resistance expressed under the Olig2 promoter, which
is expressed by cells in the pMN domain. Transplantation of the selectable pMNs within fibrin
scaffolds containing NT-3 and PDGF led to significant decreases in the tumorgenic potential of the

transplanted cells (McCreedy et al., 2014). Fibrin scaffolds have shown promising results as cell
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transplantation and drug delivery vehicles and continue to at the fore front for materials used to

treat SCI.

1.5 Concluding Remarks

The field has made tremendous strides in understanding the pathology of and mechanisms
behind spinal cord injury since the ground-breaking experiments performed by Aguayo in 1980.
Over 35 years, the acute, sub-acute, and long term effects of SCI have been teased out through the
development of diverse animal injury models and the amazingly complex adult CNS, once
considered “something fixed, ended, immutable,” (Ramon y Cajal, 1928) is now viewed as plastic,
tailorable, and fixable. Most of the major players and obstacles are known, and a plethora of
therapeutic strategies are being researched with several making progress in clinical trials. Although
much work must still be done, it is clear that the future of SCI treatment is promising and it is
important to remember that modest increases in functional recovery can lead to robust
improvements in the quality of life of SCI patients.

In this introduction I have tried to highlight the importance of using combination strategies
to overcome multiple obstacles found after SCI. Single therapeutic interventions have given way to
combination strategies that synergistically work together to improve recovery. Molecular based
therapies that deliver exogenous growth factors, anti-inhibitory molecules, or axonal growth
promoters have been combined with cellular transplantation therapies using genetic engineering or
biomaterials-based drug delivery systems. The combination of cell transplantation and biomaterial
scaffolds is of utmost importance due to the increased survivability of the transplanted cells. The
biomaterial scaffold provides a growth substrate for cell migration and neuronal extension into and
across the injury site while transplanted cells can secrete a wide swath of signaling and neurotrophic
molecules that aid recovery.
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The Sakiyama-Elbert lab has consistently been working toward incorporating new factors
into already multifactorial therapeutic interventions. The most recent iteration of the tissue
engineered system transplanted high purity pMNs within modified fibrin scaffolds containing N'T-3
and PDGF. The fibrin scaffolds are modified with a bi-domain peptide containing an ATIII binding
sequence that attaches the peptide to the fibrin scaffold and a heparin binding domain, which can
bind to heparin. When heparin is included in the gelation solution, the heparin binding domains
located in the tertiary structures of N'T-3 and PDGF retain the neurotrophic factors and cause slow
release from the scaffold. The pMNs used were developed in collaboration with Dr. David Gottlieb;
the transgenic ESC line (P-Olig2) removes the tumorgenic potential of ESC-derived cells by
expressing the puromyocin resistance enzyme, puromyocin N-acetyl-transferase, when regulatory
elements of the Olig2 protein are expressed. Selected cells were shown to survive and differentiate
into astrocytes, oligodendrocytes, and neurons in a sub-acute SCI model (McCreedy et al., 2014).
The combination therapy is capable of repopulating lost cells, secreting beneficial neurotrophic
factors, and providing a pro-growth substrate for cell migration and axonal extension. However, this
system does not currently provide a mechanism that limits inhibition due to the formation of the
glial scar and remaining myelin debris. Thus, the focus of this thesis is on developing, characterizing,
and incorporating anti-inhibitory drug delivery systems into the previously established tissue
engineered scaffolds.

The two main inhibitory factors around the injury site are CSPGs and MAIs, which were
discussed in section 1.2.2. The first aim of this work focused on removing the inhibition seen from
the two inhibitory molecules using ChABC against CSPGs and NEP1-40 against MAIs. The delivery
of ChABC and NEP1-40 has previously been achieved through microinjections and invasive

intrathecal pumps, but we wanted to incorporate the anti-inhibitory molecules into the fibrin
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scaffold system. Therefore, the first aim also developed drug delivery systems capable of loading and
releasing active ChABC and NEP1-40.

The second aim built upon the first by transitioning the developed anti-inhibitory drug
delivery systems into an animal model of SCI. To evaluate the efficacy of the developed drug
delivery systems, they were incorporated into fibrin scaffolds and transplanted into an acute thoracic
SCI model using adult rats. The transplants were placed immediately after injury and the spinal cords
were harvested two weeks post-transplantation. The ability of the drug delivery systems to limit the
inhibitory effects of CSPGs and improve axonal extension was measured. A sub-acute injury model
was performed with the full combination therapy including neurotrophic factors, anti-inhibitory

molecules, and cell transplantation within the modified fibrin scaffolds.
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Chapter 2

Developed Drug Delivery Systems Overcome
Inhibition from the Glial Scar

2.1 Abstract

Myelin-associated inhibitors (MAIs) and chondroitin sulfate proteoglycans (CSPGs) are
major contributors to axon growth inhibition following spinal cord injury and limit functional
recovery. The NEP1-40 peptide competitively binds the Nogo receptor and partially blocks
inhibition from MAIs, while chondroitinase ABC (ChABC) enzymatically digests CSPGs, which are
upregulated at the site of injury. I vitro studies showed that the combination of ChABC and NEP1-
40 increased neurite extension compared to either treatment alone when dissociated embryonic
dorsal root ganglia were seeded onto inhibitory substrates containing both MAIs and CSPGs.
Furthermore, the ability to provide sustained delivery of biologically active ChABC and NEP1-40
from biomaterial scaffolds was achieved by loading ChABC into lipid microtubes and NEP1-40 into
poly (lactic-co-glycolic acid) (PLGA) microspheres, obviating the need for invasive intrathecal
pumps or catheters. Fibrin scaffolds embedded with the drug delivery systems (PLGA microspheres
and lipid microtubes) were capable of releasing active ChABC for up to one week and active NEP1-
40 for over two weeks in vitro. In addition, the loaded drug delivery systems in fibrin scaffolds
decreased CSPG deposition and development of a glial scar, while also increasing axon growth after

spinal cord injury z vivo. Therefore, the sustained, local delivery of ChABC and NEP1-40 within the
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injured spinal cord may block both myelin and CSPG-associated inhibition and allow for improved

axon growth.

2.2 Introduction

Spinal cord injury (SCI) is a major medical problem affecting ~320,000 Americans, with
12,000 new cases occurring annually (NSCIS, 2012). SCI typically results in partial or complete loss
of function below the initial site of injury, leaving patients without the ability to perform basic daily
activities. Loss of function occurs by disrupting signal transduction of ascending and descending
neuronal tracts. After the initial contusion or compression injury, a secondary injury leading to the
formation of a glial scar causes increased cell death at the site of injury, as well as the upregulation of
inhibitory factors that limit recovery (Schwab and Bartholdi, 1996). Current research focuses on
reforming functional synapses between severed tracts by increasing the intrinsic growth capacity of
neurons, removing the extrinsic barriers to regeneration from inhibitory cues, or replacing lost cells

by transplantation (Kadoya et al., 2009, Mothe and Tator, 2012, Sharma et al., 2012).

Therapies for SCI are trending toward multifunctional systems that combine single therapies
to overcome several inhibitory obstacles and further enhance functional recovery (Kadoya et al.,
2009, van den Brand et al., 2012, Zhao et al., 2013). The use of biomaterial scaffolds allows for the
development of multifunctional systems by providing a growth substrate for host and transplanted
cells, delivery of growth factors that promote cell survival, and delivery of anti-inhibitory molecules
to increase migration and axon extension following injury. The transplantation of neural progenitors,
olfactory ensheathing cells, Schwann cells, and other cell types have shown improved benefits when

transplanted within natural or synthetic biomaterial scaffolds (Fortun et al., 2009, Sahni and Kessler,
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2010, Hernandez et al., 2011, Tetzlaff et al., 2011). Previous research in our lab has shown the
benefits of transplanting embryonic stem cell-derived neural progenitor cells within a fibrin-based
scaffold capable of sustained delivery of neurotrophic factors (Johnson et al, 2010a).
Transplantation of neural progenitor cells coupled with the delivery of neurotrophic factors
promoted recovery by repopulating the cystic cavity in the lesion, increasing transplanted and host
cell survival, and increasing the growth potential of neurons. However, further improvements to the
scaffold include the addition of drug delivery systems that release anti-inhibitory molecules, which

reduce the extrinsic barriers within the glial scar that block axonal extension.

The formation of a glial scar greatly limits axonal regeneration into and across the injury site.
The glial scar is generated by reactive astrocytes that extend processes to form a physical and
chemical barrier to axonal extension (Sharma et al, 2012). Key chemical inhibitors to axonal
extension are chondroitin sulfate proteoglycans (CSPGs) and myelin-associated inhibitors (MAIs).
CSPGs and MAIs have been studied extensively due to their ability to destabilize the axonal growth
cone by initiating the Rho/ROCK signaling cascade (Iaci et al., 2007, Schwab, 2010). The deposition
of CSPGs is significantly upregulated after SCI for up to 8 weeks, with most deposition occurring
within 2 weeks after the primary injury (Jones et al., 2003). Chondroitinase ABC (ChABC) has been
extensively studied and shown to limit the effects of CSPGs by cleaving inhibitory sugar chains,
leaving the core protein and stub carbohydrates (Bradbury et al., 2002a, Chau et al., 2004, Lee et al.,

2013).

Intrathecal delivery of ChABC into severely injured spinal cords for 10 days post-injury
decreased the level of deposited CSPGs, increased axonal extension, and significantly improved
functional recovery. Research has shown that the use of an implantable intrathecal pump to deliver

ChABC every other day for 2 or 4 weeks in cat hemisection models led to differences in functional
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recovery and that longer treatment times increased the number of rubrospinal tract neurons below
the lesion site (Mondello et al., 2015). The use of the implantable injection system verifies the need
of prolonged delivery of ChABC but requires implantation of an invasive pump system for 4 weeks.
The need for invasive pumps or microinjections has been removed by delivery of the highly labile
ChABC enzyme through natural and synthetic drug delivery systems (Huang et al., 2011, Liu et al,,
2012, Rossi et al., 2012, Pakulska et al., 2013, Bartus et al., 2014). In addition, combination therapies
with ChABC have also shown promise, but limited research has been performed with both ChABC
drug delivery systems coupled with other promising therapies (Liu et al., 2012, Zhao et al., 2013,
Kanno et al,, 2014). In this study, we developed a combination therapy of dual anti-inhibitory
molecules to improve upon single treatment options that utilizes natural and synthetic drug delivery

systems to remove the need for intrathecal pumps and microinjections.

In addition, several techniques have tried to limit the effects of MAIs following SCI by
blocking the interaction of the myelin glycoprotein, Nogo-A with its receptor, NgR1, found on
axons (GrandPre et al.,, 2000, GrandPre et al., 2002, Liebscher et al., 2005b, Maier et al., 2009,
Huebner et al., 2011). Specifically, the NEP1-40 peptide has been shown to limit the effect of MAIs
through competitive inhibition of Nogo-A binding to NgR1. Intrathecal delivery of NEP1-40 for 4
weeks post-injury led to increased axonal extension and functional recovery after thoracic SCI in rats
(GrandPre et al., 2000, GrandPre et al., 2002, Cao et al., 2008). The NEP1-40 peptide has also been
administered through intraperitoneal injection and subcutaneous osmotic pumps in mouse SCI with
both showing improved axonal sprouting rostral to SCI (Li and Strittmatter, 2003). Furthermore,
transplantation of hybridoma cells expressing a monoclonal antibody, IN-1, that binds to Nogo and
blocks myelin-associated inhibitor signaling also showed improved recovery over cells expressing a
control antibody (Merkler et al., 2001). These demonstrate that the duration and therapeutic window
for treatment with anti-myelin inhibitors is important to increase axon sprouting and functional
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recovery; extended treatment durations chronically suppress MAIs and delayed therapies of at least 1

week showed no difference to immediate treatments (Merkler et al., 2001, Li and Strittmatter, 2003).

While ChABC and NEP1-40 have been found effective individually, the combined delivery
of ChABC and anti-myelin inhibitors using cannulas and intrathecal pumps, along with treadmill
training, significantly increased functional recovery compared to either treatment alone (Zhao et al,,
2013). Therefore we hypothesized that it would be beneficial to build upon previously published
work by developing a drug delivery system that releases multiple anti-inhibitory molecules and can
be combined with biomaterial-based cell transplantation therapies. Our drug delivery systems are
introduced simultaneously but have varying release profiles. Thus the delivery of individual anti-
inhibitory molecules can be tuned independently. In this study, we developed drug delivery vehicles
capable of providing sustained delivery of both ChABC and NEP1-40 over one week 7 vitro. Also,
proof of concept studies were performed by incorporating the drug delivery vehicles into fibrin
scaffolds and implanting into injured rat spinal cords. The dual delivery of ChABC and NEP1-40
limited the development of the glial scar and increased the number of axons found around the injury

site.
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2.3 Materials and Methods

2.3.1 Myelin Purification

Myelin was purified using previously published protocols (Norton and Poduslo, 1973).
Briefly, adult rat brains were harvested and placed into 0.32 M ice cold sucrose, homogenated, and
overlaid on top of equal volumes of 0.85 M sucrose in ultracentrifuge tubes. The solution was
centrifuged at 75,000 g for 30 minutes. The crude white myelin layer at the interphase was collected
and added to ice cold sterile ultrapure water and centrifuged at 75,000 g for 15 minutes. The
supernatant was discarded and ultrapure water was added to the pellet and centrifuged at 12,000 g
for 10 minutes. The supernatant is discarded, ultrapure water added to the pellet, and then
centrifuged at 12, 000g for 10 minutes again. The supernatant was discarded again and the pellet
resuspended in 1x sterile phosphate buffered saline, pH 7.4. Protein concentration was determined
using a protein quantification assay kit (Bio-Rad Laboratories, Hercules, CA) and polyacrylamide gel
electrophoresis was used to compare the purified myelin protein’s molecular weights to previously

published results for rat CNS.
2.3.2 Inhibitory Spot Assays

Chick dorsal root ganglia (DRG) neurite outgrowth assays were used similar to previous
publications (GrandPre et al., 2002). Briefly, dissociated embryonic day 8 chick DRG cells were
cultured on purified myelin, CSPG (EMD Millipore, Billerica, MA), or combination purified myelin
and CSPG spots. Prior to plating, 24-well tissue culture plates were coated with poly-L ornithine
(Sigma, St. Louis, MO) for one hour at 37°C, then washed 3 times with water, and dried overnight.
After drying, 1 uL spots of inhibitory substrate (87.5 pg/mL of myelin or 10 pg/mL of CSPG) in

phosphate buffered saline (PBS, pH7.4) was placed onto the coated wells and dried overnight.
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Dissociated DRGs were plated at 100,000 cells/well, fixed with 4% paraformaldehyde (Sigma) after
6 hours, and stained for neurofilament (NF, Dev. Studies lowa Hybridoma Bank, Iowa City, IA,
1:200). Stained neurites were imaged using a 20x objective on an Olympus IX70 (Olympus, Center
Valley, PA) inverted microscope with an Optronics MICROfire camera (Optronics, Muskogee, OK)
and neurite lengths were measured using Image] software with over 100 neurites measured per
group. Culture medium was 1:1 DFK5:Neurobasal with B27 (Life Technologies, Carlsbad, CA) and
varying concentrations of ChABC or NEP1-40. DFK5 media consisted of DMEM:F12 base media
(Life Technologies) supplemented with 5% knockout serum replacement (Life Technologies), 50
ug/ml apo-transferrin (Sigma), 50 uM non-essential amino acids (Life Technologies), 5 pg/ml
insulin (Sigma), 30 nM sodium selenite (Sigma), 100 uM B-mercaptoethanol (Life Technologies), 5
uM thymidine, and 15 uM of the following nucleosides: adenosine, cytosine, guanosine, and uridine

(EMD Millipore).

2.3.3 Formation of Poly(lactic-co-glycolic acid) (PLGA) Microspheres

PLGA microspheres, with a 50:50 lactic acid to glycolic acid ratio, were fabricated using a
water in oil in water double emulsion solvent evaporation technique (Kim et al., 2008b). PLGA
(10% w/v, intrinsic vis. = 0.15-0.3 dL./g, Absorbable Polymers Inc., Pelham, NJ) was dissolved in 2
mL dichloromethane (DCM). 100 pL of 10 mg/mL NEP1-40 (Mw = 4627 Da, Sigma) was added to
the PLGA/DCM solution and sonicated for 10 seconds (Microson, Misonix Inc.), added to 25 mL
of water with 1% w/v poly(vinyl alcohol) and 10% w/v NaCl and homogenized. The resulting
emulsion was pouted into 250 mL of water with 0.1% w/v poly(vinyl alcohol) and 10% w/v NaCl,
then magnetically stirred for 3 hours, washed with water, frozen overnight at -80°C and lyophilized.
PLGA microspheres were imaged using a scanning electron microscope (Nova NanoSEM 230, FEI)

after gold sputter coating for 45 seconds. Diameters from individual microspheres were measured
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using Image] software and 100 microsphere diameters were averaged per batch. Loading efficiency
of PLGA microspheres was measured using previously established protocols (Lam et al., 2000, Kang
and Singh, 2001, Gutierro et al., 2002). Specifically, microspheres were fully degraded with 0.5 M
NaOH to release the loaded molecules. An equal volume of 10 mM phosphate buffered saline was
added and the solution pH was adjusted to 7 using HCL. The amount of fluorescently loaded

molecules was measured using a SpectraMax M2e fluorimeter (Molecular Devices, Sunnyvale, CA).

2.3.4 ChABC Thermostability Assay

The enzymatic activity of ChABC in phosphate buffered saline, pH 7.4 containing 1 M
trehalose was measured over a four week period by monitoring the formation of unsaturated
disaccharides by degrading the chondroitin sulfate over time (Sigma enzymatic assay — EC 4.2.2.4
per manufacturer instructions). To perform the study, 1 U/mL of ChABC was dissolved in PBS
with or without 1 M trehalose added to the solution. The activity of the solution was measured
immediately after dissolving and at 2 days, 14 days, and 28 days. The amount of activity remaining at
the later time points was compared to the original amount of activity to determine the percent of

ChABC that remained active.

2.3.5 Formation of Lipid Microtubes

Lipid microtubes were formed similar to previous work (Meilander et al., 2001). 1,2-
bis(tricosa-10,12-diynoyl)-sn-3-phosphocholine (DC8,9PC) lipids (Avanti Polar Lipids, Alabaster,
AL) were dissolved at 55°C in 70% ethanol at 1 mg/mL and placed into a temperature controlled
water bath (Haake A10, ThermoScientific, Asheville, NC). The total volume per batch was 5 mlL.
The temperature was decreased from 55°C to 25°C at a rate of 2.5°C/min. The lipid tubes were then
stored at room temperature in the dark for one week. Trehalose (EMD Millipore) was added to a

final concentration of 50 mM, the solution was centrifuged (1200 rcf, 5 minutes) to pellet the lipid
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microtubes, and 4 mL of solution was removed. The concentrated (5 mg/mL) microtube solution

was lyophilized overnight to dry and stored at -20°C until further use.

2.3.6 Fluorescein isothiocyanate (FITC) Conjugation to NEP1-40 and ChABC

FITC was covalently conjugated to NEP1-40 and ChABC (Sigma). To fluorescently label the
molecules, a solution of 2 mg/mL ChABC or 2 mg/mIL NEP1-40 was dissolved in 0.1 M sodium
carbonate buffer, pH 9. FITC (Sigma) was freshly dissolved in dimethyl sulfoxide (DMSO) at 1
mg/mlL, and 50 uL of the FITC solution was then slowly added to the ChABC/NEP1-40 solution
in 5 pL aliquots while continually stirring. The solution was allowed to react for 8 hours at 4°C and
protected from light. Ammonium chloride was added to a final concentration of 50 mM and
incubated for 2 hours to stop the reaction. The finished reaction was then dialyzed against
phosphate buffered saline, pH 7.4, to remove unconjugated FITC. The molecular weight cutoff for
the ChABC dialysis cassette was 10 kD and the cutoff for the NEP1-40 dialysis cassette was 2 kD.
Following dialysis, the conjugates were stored at 40C. The ratio of fluorescein to ChABC/NEP1-40
was determined by measuring the absorbance at 495 nm and 280 nm. Electrophoresis with
polyacrylamide gels was also used to verify the overlap of fluorescent ChABC protein bands with

Coomassie Blue stained bands.

2.3.7 Release profiles of FITC Conjugated NEP1-40 and ChABC

The release profiles of fluorescently labeled NEP1-40 (F-NEP) loaded in PLGA
microspheres and fluorescently labeled ChABC (F-ChABC) loaded in lipid microtubes was
measured by embedding the microparticles into fibrin scaffolds. Fibrin scaffolds with total volume
of 200 uL. were prepared by mixing 10 mg/ml fibrinogen, 2.5 mM CaCl2 (Sigma), 2 NIH units/mL
thrombin (Sigma), and 30 mg of FITC-NEP1-40 loaded PLGA microspheres or 5 mg of FITC-

ChABC loaded microtubes. Scaffolds were allowed to polymerize for one hour at 37°C in a 48 well
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plate, then 200 uL of Tris buffered saline was placed on top. The saline solution was removed at 1,
3, 5,7, 10, and 14 days after scaffold formation, and the fluorescence measured using a fluorimeter.
Following the last time point, the fibrin scaffolds and PLGA microspheres were degraded using 1 M
NaOH overnight at 37°C, then an equal volume of 10 mM Tris buffered saline was added and the
pH was adjusted to 7 using HCI to measure the amount of fluorescent molecules remaining in the

scaffold.

2.3.8 Active release of NEP1-40

PLGA microspheres loaded with 40 mg/mIL NEP1-40 were incorporated into 10 mg/mL
fibrin (EMD Millipore) scaffolds and allowed to release NEP1-40 into cell culture media. The media
was removed and replaced on days 5, 12, and 20. The removed media, now containing released
NEP1-40, was used as the culture media for inhibitory myelin spot assays. Cell culture media was 1:1
DFK5:Neurobasal with B27 supplement. Control experiments were performed with empty PLGA

microspheres.

2.3.9 Active release of ChABC

Lipid microtubes loaded with 500 mU/mL ChABC (Sigma) dissolved in 1 M trehalose were
encapsulated into 10 mg/ml. fibrin scaffolds and allowed to release ChABC into 1 M trehalose
solution. The trehalose solution was tested for enzymatic activity by measuring the formation of
unsaturated disaccharides by degrading the chondroitin sulfate over time (Sigma enzymatic assay —
EC 4.2.2.4 per manufacturer instructions). Control experiments were performed with lipid
microtubes loaded with 1 M trehalose and ChABC directly added to the fibrin scaffold formation

solution.
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2.3.9 Statistical Analysis

Spot assay data was analyzed by ANOVA followed by Scheffe’s post-hoc test with a
significance criterion of 95%. Statistical significance for in vivo studies was determined by the

Fisher’s Least Statistical Difference post-hoc test with a significance criterion of 95%.

2.4 Results

2.4.1 Combination ChABC and NEP1-40 Improve Neurite Extension on Inhibitory Spots

Spot assays were used to study the effect of culturing primary neurons on inhibitory
substrates of myelin, CSPGs, or myelin and CSPGs combined (Figure 2.1). When E8 chick DRG
explant cultures were plated onto inhibitory spots, neurite outgrowth was significantly inhibited
compared to neurons plated outside of the inhibitory spots. To determine the percent of inhibition
caused by plating on inhibitory spots, the average neurite length of cells on the inhibitory substrates
was divided by the average neurite length of cells plated outside the inhibitory substrates on poly-L
ornithine. Neurons plated outside of the inhibitory spots had an average neurite length over 50 um

compared to neurites inside inhibitory spots, which had average lengths of less than 20 um.

E8 chick dorsal
root ganglia

Myelin and CSPG
inhibitory spot
Figure 2.1: Representative image of a spot assay.

Dots represent inhibitory substrates with neurons
Myelin plated and extending neurites inside and outside the

CSPG & ¢
inhibitory inhibitory spots.
Spot ' SpOt

43



Furthermore, a significant increase in neurite length of cells plated onto inhibitory CSPG
spots was measured when increasing amounts of ChABC was added to the culture media (Figure
2.2). The group with 100 mU/mL ChABC added had the greatest amount of neurite growth

compated to 0 mU/mlL, 1 mU/mlL, and 10 mU/mL but no treatment increased neurite length back

ol

0 mU/mL 1 mU/ml. 10 mU/mIL 100 mU/ml. Neurons on
ChABC ChABC ChABC ChABC  poly-ornithine

to uninhibited levels.

Do SN P u
(e} o (e} o
1 1 1 1

on CSPG spots (micrometers)
>

Average neurite length after 6 hours

(o)

Figure 2.2: Average neurite length of dissociated DRG neurons on CSPG spots 6 hours after plating.
The positive control is neurons plated outside of the inhibitory spots. n > 100. Error bars are standard error
of the mean. * denotes significance from 0 mU/mL (p<0.05). # denotes significance from 10 mU/mlL
(p<0.05). @ denotes significance from 100 mU/mL (p<0.05).

The same trend was seen when culturing cells on myelin inhibitory spots with increasing
concentrations of NEP1-40 added to the cell media (Figure 2.3). The highest concentration of
NEP1-40 tested was 500 nM which had significantly increased neurite extension compared to 0 nM,
10 nM, and 100 nM concentrations of NEP1-40 but again the increase in neurite extension did not

tully recover to uninhibited levels.
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Figure 2.3: Average neurite length of dissociated DRG neurons on myelin spots. The positive control
is neurons plated outside of the inhibitory spots. n > 400. Error bars are standard error of the mean. *
denotes significance from 0 nM (p<0.05). # denotes significance from 10 nM (p<0.05). @ denotes
significance from 100 nM (p<<0.05). § denotes significance from 500 nM (p<0.05).

We next studied how the anti-inhibitory molecules affect neurite growth on varying
inhibitory spots. The ability of NEP1-40 or ChABC to block myelin inhibition was studied by
adding 500 nM of NEP1-40 or 100 mU/mIL ChABC to the cell culture media (Figure 2.4). The
presence of NEP1-40 attenuates neurite outgrowth inhibition on myelin spots while the addition of
ChABC did not significantly affect extension. The presence of NEP1-40 led to an average neurite
length of 28.3+1.9 um, which corresponds to 54% outgrowth compared to the positive control
group plated outside the inhibitory spot. The group with no NEP1-40 added to the cell culture
media averaged 18.2F0.9 um or 35% outgrowth compared to the positive control group. The
combined addition of NEP1-40 and ChABC had similar effects compared to adding NEP1-40 alone
for culture on myelin spots. Therefore, the addition of ChABC to the cell culture media did not
affect neurite extension on myelin inhibitory spots but NEP1-40 significantly increased neurite

extension.
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Similar types of results were seen when culturing dissociated DRGs on CSPG spots. In this
case, media containing ChABC significantly increased neurite extension compared to media
containing no anti-inhibitory factors or containing NEP1-40 alone (Figure 2.4). The presence of
ChABC led to an average neurite length of 27.7£1.2 um compared to the group without ChABC
added which averaged of 17.5£1.1 um. The presence of ChABC increased the percent outgrowth

compared to the positive control to 53%, up from 34% outgrowth in the group without ChABC.

To study the effects of neurite extension in the presence of both ChABC and NEP1-40,
inhibitory spots containing both CSPGs and MAIs were used. Spots containing both myelin and
CSPGs were capable of providing robust inhibition to neurite outgrowth with an average neurite
length of 16.2+0.5 um when no anti-inhibitory drugs were added to the media (Figure 2.4). The
addition of NEP1-40 or ChABC caused a significant increase in average neurite length (19.920.4 um
and 20.910.6 um, respectively). Interestingly, the combined addition of NEP1-40 and ChABC in the
cell culture media led to a statistically significant increase in neurite length, of 26.1£0.8 pm,
compared to either of the anti-inhibitory factors alone. The addition of both anti-inhibitory factors
caused a 50% outgrowth compared to the positive control group, while a 38% outgrowth was
measured for NEP1-40 addition and 40% outgrowth for ChABC addition. Therefore, the combined

effects of NEP1-40 and ChABC treatment may lead to improved axonal extension after SCI.
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Figure 2.4: Dissociated embryonic chick DRG cultured on myelin and CSPG inhibitory spots and
treated with ChABC and NEP1-40. (A) Schematic representation of dissociated dorsal root ganglia
neurons cultured on inhibitory spots. Three 1 pLL spots of CSPGs, myelin, or CSPGs and myelin were placed
onto poly-L-ornithine coated 24 well plates. ChABC, NEP1-40, or ChABC and NEP1-40 were directly added
to the cell media. Neurons that plate outside of the inhibitory spots were used to determine the average
neurite extension of uninhibited neurons. (B-E) Representative images of dissociated DRG neurons cultured
on combined CSPG and myelin inhibitory spots. White arrowheads indicate neurites and gray arrowheads
indicate neuronal cell bodies (B) No ChABC or NEP1-40 treatment (C) NEP1-40 (D) ChABC (E) ChABC
and NEP1-40 and (F) Uninhibited neurons plated outside inhibitory spots. (G) The average neurite length
was measured for all neurites. Error bars are standard error of the mean. * denotes significance from control
(p<0.05). @ denotes significance versus NEP1-40 or ChABC treatment (p<<0.05). $ denotes significance
from all other groups. Scale bars are 50 pm.

2.4.2 Incorporation of NEP1-40 into PLGA Microspheres Enables the Sustained Release of

Active NEP1-40

Delivery of NEP1-40 was achieved by encapsulation into PLGA microspheres (Figure 2.5).
PLGA microspheres provide tunable release rates by controlling the ratio of lactic acid to glycolic
acid, the intrinsic viscosity of the polymer, or by varying the formation conditions (Pean et al., 1998,
Yang et al., 2000b, Takai et al., 2011). The microspheres were loaded with FITC conjugated NEP1-

40 (F-NEP) and embedded into fibrin scaffolds to directly measure the release rate (Figure 2.6).
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PLGA microspheres had a loading efficiency of 42.1+£9.8% and an average diameter of 9.1£4.2 pm.
When F-NEP1-40 was loaded directly into fibrin scaffolds over 80% of the fluorescent molecules
were released in 5 days with a large burst release of 41% at day 1. In contrast, loading of F-NEP1-40
into PLGA microspheres lowered the initial burst release to 7%, and provided sustained release with
31% of loaded F-NEP1-40 released at day 5. The remaining F-NEP1-40 was recovered by degrading
the fibrin scaffolds and PLGA microspheres using 0.5 M NaOH, adjusting the pH to 7, and then
measuring the fluorescence. This gave us the total amount of NEP1-40 remaining within the fibrin
scaffolds and PLGA microspheres. These amounts were within 10% of the initial loading dose. The
release profile for loading into PLGA microspheres appears to have a first-order release up to 14

days.
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Figure 2.5: Representative image of PLGA microsphere formation. NEP1-40 is dissolved in water and
added to a solution of dichloromethane with dissolved PLGA. The solution is mixed with a probe sonicator
to form droplets of water. The water in oil solution is then added to a large amount of water with polyvinyl
alcohol and sodium chloride. The water in oil in water solution is then mixed for 4 hours to allow evaporation
of the dichloromethane and hardening of the microspheres.

The ability to release NEP1-40 from PLGA microspheres is only useful if the peptide
remains active after formation of the microspheres, incorporation into fibrin scaffolds, and upon
release from the scaffolds. The activity of the released NEP1-40 was analyzed by loading NEP1-40

into PLGA microspheres, embedding the microspheres into fibrin scaffolds, and allowing the
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microspheres to release the loaded NEP1-40 into cell culture media. At days 5, 12, and 20 the cell
culture media was collected and used for inhibitory spot assays with myelin spots. Dissociated
DRGs that were plated onto the myelin spots showed a significant increase in average neurite length
with media containing released NEP1-40 compared to control media which did not contain released
NEP1-40 at every time point studied (Figure 2.7). Treated media with released NEP1-40 from day 1
through day 5 increased the percent neurite outgrowth compared to outside positive controls to
56%, while media from day 5 through day 12 showed 57% outgrowth compared to positive
controls, and media from day 12 through day 20 showed 60% neurite outgrowth. Thus, PLGA
microspheres are capable of providing sustained release of NEP1-40, and the released peptide

maintains its bioactivity for up to 20 days in vitro.
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Figure 2.6: Representative depiction of fibrin scaffolds with embedded NEP1-40 PLGA microsphere
drug delivery systems. The released NEP1-40 will diffuse into the cell media on top of the fibrin scaffold
which is collected and used as media for cells plated on inhibitory myelin spot assays.
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Figure 2.7: Incorporation of NEP1-40 into PLGA microspheres and fibrin scaffolds. (A) Scanning
electron micrograph of NEP1-40-loaded PLGA microspheres. Average microsphere diameter measured
9.1+4.2 um. Scale bar is 30 um. (B) Release profile of F-NEP from PLGA microspheres encapsulated in
fibrin scaffolds or from F-NEP in fibrin scaffolds alone. Loading efficiency of microspheres was 42.119.8%.
(C) Dissociated DRGs plated onto inhibitory myelin spots suggest that media containing released NEP1-40
shows significantly less inhibition of neurite extension compared to control (media without NEP1-40) on the
same day. Thus, the NEP1-40 loaded into PLGA microspheres within fibrin scaffolds maintains bioactivity
after being released into the cell culture media. Error bars denote standard error of the mean. * denotes
significance from control group on the same day (p < 0.05).

2.4.3 Incorporation of thermostabilized ChABC into Lipid Microtubes Allows Sustained

Active Release of ChABC

Delivery of thermostabilized ChABC enzyme was achieved by stabilization with trehalose
and loading into lipid microtubes (Meilander et al., 2001). Thermostabilization of ChABC is required
prior to loading into lipid microtubes due to the enzyme losing over 70% enzymatic activity in 2
days compared to stabilization with trehalose which lost less that 50% activity. In addition,

enzymatic activity was still measured up to 2 weeks when stabilized with trehalose (Figure2.8).
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Figure 2.8: Thermostabilization of ChABC with trehalose. Enzymatic activity assay measuring the
amount of cleaved chondroitin sulfates in solution showed that ChABC with trehalose in solution led to
significant increases in enzymatic activity over a two week period compared to ChABC without trehalose in
solution.

To study the release from lipid microtubes, either F-ChABC or unmodified ChABC was
dissolved in 1 M trehalose at a concentration of 1 mg/mL or 500 mU/mL respectively, then loaded
into lyophilized microtubes. The loaded lipid microtubes were encapsulated into 10 mg/mL fibrin
scaffolds and allowed to release into a 1 M trehalose solution over 14 days. Release of F-ChABC was
analyzed using a fluorimeter and the activity of ChABC was measured using an enzymatic activity
assay to determine the amount of active units released from the fibrin scaffolds. The lipid
microtubes allowed for sustained release of F-ChABC over 14 days compared to F-ChABC that was
directly loaded into fibrin scaffolds, which released of over 85% of the F-ChABC in 7 days (Figure

2.9B).
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The ability to release active ChABC was measured from lipid microtubes encapsulated into
fibrin scaffolds. ChABC loaded directly into fibrin scaffolds without lipid microtubes showed a total
release of over 40% of F-ChABC on day 1 (Figure 2.9B), but only 8.7£3.9% of the enzyme
remained active after release on day 1 (Figure 2.9C) and limited enzymatic activity was measured
thereafter. In contrast, loading thermostabilized ChABC into lipid microtubes prior to encapsulation
in fibrin scaffolds led to an initial release of 18.8%£2.2% of F-ChABC on day 1 (Figure 2.9B) and
23.614.3% of the total loaded active enzyme was released on day 1 (Figure 2.9C). Enzymatic activity
was detected up to day 10 with limited activity between 10 and 14 days. Overall, 50.7£4.0% of active
ChABC was released from fibrin scaffolds with microtubes by day 14. Thus thermostabilized

bioactive ChABC can be loaded and released from lipid microtubes for over one week 7 vitro.
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Figure 2.9: Incorporation of ChABC into lipid microtubes and fibrin scaffolds. (A) Phase contrast
image of lipid microtubes. Average length measured 21+14 um. Scale bar is 25 pm. (B) Fluorescent
measurements of F-ChABC released from lipid microtubes within fibrin scaffolds or from F-ChABC in fibrin
scaffolds alone (without microtubes). Loading efficiency of ChABC in microtubes was 89.524.7%. Loading
F-ChABC into lipid microtubes allows for sustained release compared to adding F-ChABC directly into fibrin
scaffolds. (C) Open data points are enzymatic activity measurements of ChABC and closed data points are
fluorescence measurements of F-ChABC. Comparison between the enzymatic assay and fluorescence
measurements suggests that the amount of released and active ChABC is similar to the release rate of F-
ChABC loaded lipid microtubes for one week. In contrast, the amount of enzymatically active ChABC
released when directly loaded into fibrin scaffolds shows a much lower release rate, suggesting that ChABC
loses activity during the formation of the fibrin scaffolds when not protected within the lipid microtubes.
ChABC activity was measured for up to 10 days after scaffold formation.
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2.5 Discussion

After SCI, upregulation of extrinsic factors including CSPGs and MAIs affect functional
recovery by limiting axonal outgrowth and preventing reformation of functional synapses (Sharma et
al., 2012). Here we demonstrate that combination treatment with ChABC and NEP1-40 enhances
neurite extension compared to either treatment alone when dissociated chick DRGs are cultured on
inhibitory spot assays containing CSPGs and MAIs. Furthermore, active ChABC and NEP1-40 can

be loaded and released from dual drug delivery systems incorporated into fibrin scaffolds.

CSPGs induce outgrowth inhibition through interactions of glycosaminoglycan chains with
several receptor proteins found on neurons including PTPo, LAR, NgR1, and NgR3 by initiating the
Rho/ROCK signaling cascade (Shen et al., 2009, Fisher et al., 2011, Dickendesher et al., 2012).
CSPGs may also block growth promoting mechanisms by interfering with integrin signaling to
further limit axonal growth potential (Zhou et al., 20006). In addition, CSPGs are known to
contribute to formation of perineuronal nets that limit axonal outgrowth and control plasticity in the
central nervous system. Deposition of CSPGs after injury is significantly upregulated by reactive
astrocytes that form the glial scar. The time course of CSPG deposition is varied based on the type
of CSPG, with expression levels typically peaking between 1 and 2 weeks and continued expression
up to 4 weeks or more after injury (Jones et al., 2003). Removal of inhibition via enzymatic cleavage
of the glycosaminoglycan chains from the core protein with bacterially-expressed ChABC has
consistently shown robust increases in neuronal outgrowth, although the core protein has some
remaining inhibitory effect (Bradbury et al., 2002a). Our data further verifies that degradation of
CSPGs using ChABC leads to increased neurite extension. Cells cultured on myelin spots alone did
not have increased neurite extension with the addition of ChABC, while dual spots with myelin and
CSPGs did have increased extension, but the outgrowth was not as robust as CSPGs alone. This
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distinction suggests that ChABC is capable of removing inhibition due to CSPGs but does not

remove inhibition from MAIs.

The myelin-associated membrane proteins, such as Nogo-66, MAG, and OMgp, bind the
Nogo receptor on neurons, which triggers the Rho/ROCK cascade through Lingo-1 and p75
transmembrane proteins (Liu et al., 2002, Wang et al, 2002a, McGee and Strittmatter, 2003).
Blocking the upstream activation of the ROCK signaling pathway can be achieved using Nogo
receptor fragments, targeted Nogo receptor antibodies, or inactivating downstream effectors of the
pathway (Liebscher et al., 2005a, Forgione and Fehlings, 2013). Similarly, limiting the activation of
RhoA, RhoB, and RhoC proteins increased functional recovery in animal models (Dergham et al.,
2002, Fournier et al., 2003, Fu et al., 2007). Myelin inhibitory spots significantly decreased neurite
extension of dissociated chick DRGs, and treatment with NEP1-40 allowed the neurites to

overcome the inhibition and extend processes.

NEP1-40 is a small peptide sequence consisting of 40 amino acids, thus it diffuses away
from the local injury site and can be taken up and degraded by infiltrating macrophages and
microglia. Therefore, it is necessary to provide sustained delivery of the peptide to the injured spinal
cord to continually block myelin-based inhibition. Another popular method to limit activation of the
Nogo receptors is the use of anti-Nogo-A antibodies, which have been shown to improve functional
recovery following SCI. Most treatments using anti-Nogo-A antibodies or NEP1-40 began
treatment immediately after injury and typically continued for 2 weeks but delivered for up to 4
weeks post-injury (GrandPre et al., 2002, Liebscher et al., 2005b, Maier et al., 2009, Zhao et al.,
2013). For example, intrathecal pump delivery of anti-Nogo-A antibodies for 2 weeks used in
combination with ChABC treatment showed improved recovery over either treatment alone (Zhao

et al., 2013). Therefore, sustained delivery of NEP1-40 over 2-4 weeks may be a target timeframe for
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SCI treatment. The 50:50 monomer ratio and low intrinsic viscosities were both chosen because of
previous work showing these parameters allow for relatively rapid degradation of the microspheres
and rapid release of the loaded molecule, although smaller diameter microspheres may further
increase the degradation rates (Beck et al., 1980, Kamei et al.,, 1992, Okada and Toguchi, 1995,
Anderson and Shive, 2012). Future research may benefit from adjusting the release profiles to
explore the effect of the timing and duration of NEP1-40 treatment on regeneration in vivo.

Therapies combining ChABC and anti-myelin inhibitory molecules have shown varied
results. Treatment of a thoracic contusion injury with ChABC, anti-Nogo-A antibodies, and
treadmill training resulted in significant functional improvements over any single treatment,
suggesting a synergistic effect with combination therapy (Zhao et al., 2013). However, another study
reported combined treatment with ChABC and NEP1-40 did not increase axon growth in
organotypic co-cultures taken from neonatal rats compared to either treatment alone, which suggests
that the combined treatment may be limited because CSPGs and MAIs affect some of the same
intracellular pathways (Nakamae et al., 2010). Furthermore, several studies have shown that using
ChABC or other anti-inhibitory molecules in severe SCI models lead to increased functional
recovery, but moderate or mild injury models have limited or no significant recovery compared to
untreated controls (Caggiano et al., 2005, Mitsui et al., 2005a). Therefore, it may be necessary to use
adult animals and severe injury models in order to demonstrate that combination treatment with
ChABC and NEP1-40 improves recovery over either treatment alone. However, treatment with
ChABC and NEP1-40 did not promote neurite extension to levels seen outside of the inhibitory
spots. It may be beneficial to try various combinations of treatments that target both the intrinsic
growth potential and extrinsic inhibitory environment to further improve extension and regeneration

(Gopalakrishnan et al., 2008, Blesch et al., 2012, Walker et al., 2012, Ma et al., 2014).
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Delivery of active anti-inhibitory molecules to the injured spinal cord is typically achieved
using invasive intrathecal pumps or cannulas and microinjections, which can cause increased scarring
and compression of the spinal cord (Jones and Tuszynski, 2001). The ability to deliver active drugs
to the injury using an implanted biomaterial scaffold may provide an improved alternative drug
delivery method. PLGA microspheres were chosen to release the NEP1-40 peptide for their well-
established formation methods, which allow for tunable control over the release rate and a longer
release period (Jain, 2000, Yang et al., 2000a, Kim et al., 2008a). The release rate is dependent upon
the rate of hydrolytic degradation of the PLGA microspheres, which can be controlled by altering
the ratio of lactic acid to glycolic acid, the intrinsic viscosity of the polymer (related to the molecular
weight), or by changing formation conditions. PLGA with low intrinsic viscosity was chosen
because decreasing the intrinsic viscosity increases the degradation and release rate of the
microspheres. The PLGA microspheres formed had lower loading efficiencies but comparable
release profiles to previously published research on delivery of alkaline phosphatase (Kim et al.,
2008a). The ChABC enzyme was also tested with PLGA microspheres, but no enzymatic activity
was measured after loading and release due to the highly labile and thermally unstable nature of the
enzyme especially in organic solvents. The quantity of PLGA microspheres and lipid microtubes
added to the scaffolds may be augmented to increase the amount of anti-inhibitory molecules
delivered to the spinal cord. However, an upper limit will be reached when the amount of drug
delivery systems begins to negatively affect the gelation of the fibrin scaffolds and potentially inhibit

the ability of fibrin to form a stable hydrogel.

In order to maintain ChABC activity after release, the enzyme must be thermally stabilized
and loaded into a delivery system under mild conditions. Stabilization of protein structure, using
naturally occurring trehalose, is used to maintain activity (Yager and Schoen, 1984, Crowe et al.,
1988, Rhodes et al., 1988). In the absence of trehalose, bioactivity of ChABC drops dramatically 7

56



vitro. Stabilized enzymes can be loaded into lyophilized lipid microtubes, embedded into biomaterial
scaffolds, and upon release the enzyme is inactivated under normal deactivation kinetics (Meilander
and Yu, 2001, Johnson et al., 2009, Lee et al., 2009). For instance, the activity of TGF-B was shown
to persist for up to 10 hours when released from microtubes, while the half-life of TGF-8 7 vitro is
on the order of minutes (Spargo et al., 1995). Furthermore, the loading of ChABC led to maintained
activity over 2 weeks while unstabilized ChABC lost activity after a few days (Lee et al., 2009).
ChABC added directly into fibrin scaffolds without prior loading into microtubes resulted in a loss
of over 85% of ChABC activity in the first day, likely due to the rapid diffusion of trehalose away
from ChABC causing normal deactivation kinetics. Interestingly, ChABC loaded directly into highly
concentrated fibrin scaffolds was shown to maintain activity in vitro and in vivo, although, the fibrin
used was 10 times more concentrated than the fibrin used was 10 times more concentrated than the

fibrin reported here (Hyatt et al., 2010).
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2.6 Conclusion

In conclusion, research has shown the promising effects of treating SCI with ChABC and
anti-myelin associated inhibitors such as NEP1-40, but SCI is complex with a multitude of
inhibitory cues that must be overcome to improve functional recovery. Therefore, it may be
necessary to develop a treatment that is capable of providing mechanisms that eliminate or mitigate
multiple obstacles. We have developed a dual drug delivery system capable of providing sustained
release of ChABC from lipid microtubes and NEP1-40 from PLGA microspheres. The drug
delivery system is capable of being embedded into fibrin scaffolds, which our lab has previously
used to deliver growth factors and neural progenitor cells to the injury site, and removes the need
for invasive intrathecal pumps or catheters. The following chapter will use the materials developed
in combination with the delivery of specific neural progenitors and growth factors to synergistically

aid in recovery after SCIL.
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Chapter 3

Anti-Inhibitory Drug Delivery Systems Co-
transplanted with Progenitor Motor Neurons

in a Rat Spinal Cord Injury Model

3.1 Abstract

Regeneration of lost synaptic connections following spinal cord injury (SCI) is limited by
local ischemia, cell death, and an excitotoxic environment, which leads to the development of an
inhibitory glial scar surrounding a cystic cavity. While a variety of single therapy interventions
provide incremental improvements to functional recovery after SCI, they are limited; a multifactorial
approach that combines several single therapies may provide a better chance of overcoming the
multitude of obstacles to recovery. To this end, fibrin scaffolds were modified to provide sustained
delivery of neurotrophic factors and anti-inhibitory molecules, as well as encapsulation of embryonic
stem cell-derived progenitor motor neurons (pMNs). The efficacy of the scaffolds, prior to
transplantation, was established by validating pMN viability and differentiation was unaffected by
culture within scaffolds with sustained delivery of anti-inhibitory molecules. 17 vitro characterization
of this combination scaffold confirmed that pMN viability was unaffected by culture alongside
sustained delivery systems. When transplanted into a rat sub-acute SCI model, fibrin scaffolds

containing anti-inhibitory molecules without pMNs were capable of removing proteoglycans within
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the glial scar. Scaffolds containing pMNs, but not anti-inhibitory molecules, showed survival,
differentiation into neuronal cell types, axonal extension in the transplant area, and the ability to
integrate into host tissue. However, the combination of pMNs with sustained-delivery of anti-
inhibitory molecules led to reduced cell survival and increased inflammation. While combination
therapies retain potential for effective treatment of SCI, further work is needed to improve cell

survival and to limit inflammation.

3.2 Introduction

Spinal cord injury (SCI) typically results from mechanical trauma that severs axons, damages
vasculature, and promotes a secondary injury that results in cell death, leading to the formation of a
cystic cavity and inhibitory glial scar, which act as chemical and physical barriers to regeneration.
The variety of local and systemic changes caused by SCI creates a multitude of obstacles limiting
recovery, which together hinder the effectiveness of single therapeutic interventions. This has
prompted the development of combination strategies that synergistically work together to improve

recovery.

One major therapeutic strategy following SCI is cell transplantation. A wide variety of cell
types have been investigated with emphasis placed on transplanting cells that are relevant to the
central nervous system (CNS), such as astrocytes, oligodendrocytes, and neurons (Davies et al,,
2011, Tetzlaff et al., 2011, Ruff et al., 2012, Wu et al., 2012, Chu et al., 2014). Embryonic stem cells
(ESCs) induced to form neural progenitor cells are promising, but have poor survival post-
transplantation (~10% in the absence of scaffold); cells that do survive typically differentiate into

glia with poor neuronal differentiation and maturation (Cao et al., 2002, Mitsui et al., 2005b, Karimi-
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Abdolrezaee et al., 2006, Neuhuber et al., 2008, Parr et al., 2008). Furthermore, one significant
drawback to the use of ESC-derived neural cells is the potential formation of teratomas due to the
presence of undifferentiated ESCs in the transplant (Johnson et al,, 2010b). To address these
concerns, differentiation protocols have been developed to obtain more restricted progenitor
populations including progenitor motor neurons (pMN), which give rise to motoneurons,
oligodendrocytes and type II astrocytes (Erceg et al., 2009, Rossi et al., 2010). To further improve
the purity of ESC-derived cells, our lab has developed a transgenic ESC line (P-Olig2) that expresses
antibiotic resistance under the lineage-specific pMN marker, Olig2, which allows for positive

selection of ESC-derived pMNss after differentiation (McCreedy et al., 2014).

Another therapeutic strategy is the delivery of pro-regenerative neurotrophic factors that are
normally secreted by local glia and are vital to the maintenance of healthy tissue. Following injury,
specific factors are upregulated within the spinal cord and help reduce cell death. Exogenous
delivery of a variety of neurotrophic factors has been shown to increase cell survival and limit
formation of the glial scar (Schnell et al., 1994a, Grill et al., 1997a, Grill et al., 1997b, Ye and Houle,
1997, Jakeman et al., 1998, Menei et al., 1998, Liu et al., 1999, Storer et al., 2003, Taylor et al.,
2006a). Delivery of platelet-derived growth factor (PDGF)-AA can aid stabilization and maturation
of blood vessels at the injury site and is an important factor in oligodendrocyte maturation (Raff et
al., 1983, Hart et al., 1989, Almad et al., 2011), while neurotrophin 3 (NT-3) promotes regeneration
of the corticospinal tract and dorsal sensory axons (Schnell et al., 1994a, Grill et al., 1997a). When
NT-3 and PDGF-AA were delivered from modified fibrin scaffolds capable of sustained release
alongside ESC-derived pMNs, there was an increase in expression of neuronal markers both rostral
and caudal to the injury site and improved migration of transplanted cells into the host spinal cord

(McCreedy et al., 2014).
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A third therapeutic approach is to limit the effects of the inhibitory environment
surrounding the injury site using anti-inhibitory molecules. Two major inhibitory factors that are
significantly upregulated after SCI are chondroitin sulfate proteoglycans (CSPGs) and myelin-
associated inhibitors (MAls), which form a biochemical barrier to axon growth (McGee and
Strittmatter, 2003, Kwok et al., 2012). Under normal conditions, CSPGs are major components of
perineuronal nets and are found within CNS extracellular matrix (Kwok et al., 2011). Inhibition by
CSPGs is caused by the glycosaminoglycan (GAG) side chains, which are able to interact with target
receptors on neuronal membranes (Shen et al., 2009, Fisher et al., 2011, Dickendesher et al., 2012).
Treatment with chondroitinase ABC (ChABC) cleaves the GAG side chains and prevents activation
of target receptors (Zuo et al., 1998, Moon et al., 2001, Bradbury et al., 2002b, Garcia-Alias et al.,

2008, Garcia-Alias et al., 2009, Wang et al., 2011).

MAIs, such as Nogo-A, oligodendrocyte-myelin glycoprotein, and myelin-associated
glycoprotien, are important chemical cues in the mature CNS that limit axon growth and stabilize
functional neuronal circuits (Wang et al., 2002b, Schnaar, 2010). However, following SCI MAIs are
not degraded or removed from the injury site, which results in limited axonal sprouting and
regeneration (Lee and Zheng, 2012). Most MAIs interact with neurons through a common receptor,
the Nogo receptors (NgR1 and NgR3), which initiate the Rho/ROCK cascade tesulting in
microtubule disassembly and growth cone collapse (Fournier et al., 2001, Domeniconi et al., 2002a,
Liu et al., 2002, Wang et al., 2002a). Although MAIs bind other receptors, inhibition of NgR1 using
a small competitive antagonist (NEP1-40) significantly improved neurite outgrowth on myelin
inhibitory substrates and improved functional recovery in rat SCI models (GrandPre et al., 2002).
Both types anti-inhibitory molecules are typically delivered using invasive intrathecal pumps,
catheters, or microinjections, which have the potential for increased scarring and compression of the
spinal cord (Jones and Tuszynski, 2001). Drug delivery using anti-inhibitory microparticle systems
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(AIMS) within fibtin scaffolds are able to provide sustained local delivery of ChABC and/or NEP1-
40 in a minimally invasive way. Using AIMS to deliver ChABC and NEP1-40, decreased CSPG
deposition and increased axon growth were observed in a rat acute SCI model (Wilems — JCR

Submitted).

The combined delivery of cells, neurotrophic factors, and AIMS may lead to improved
recovery compared to any single treatment alone. To this end, we incorporated ESC-derived pMNs
and sustained drug delivery systems for anti-inhibitory molecules and neurotrophic factors into
fibrin scaffolds and tested their efficacy in both in vitro and in vivo models. To confirm their
potential prior to transplantation, pMNs were cultured within biomaterial scaffolds containing the
drug delivery systems for two weeks to measure cell viability in vitro. The combination scaffolds
were then transplanted into a sub-acute rat SCI model to repopulate cells lost following injury,
increase host and transplant cell survival, and reduce the local inhibitory environment.
Transplantation of AIMS within fibrin scaffolds did not affect the presence of CSPGs within the
glial scar compared to transplantation of pMNs with growth factors or growth factor delivery alone,
but the presence of CSPGs increased when pMNs were combined with AIMS. While pMNs
transplanted into fibrin scaffolds alone were viable and able to differentiate into neurons and
astrocytes, a decrease in cell survival was observed when pMNs were transplanted in combination

with AIMS, possibly due to elevated macrophage infiltration.
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3.3 Materials and Methods

3.3.1 Acute Spinal Cord Injury and Immediate Scaffold Implantation:

All experimental procedures on animals complied with the Guide for the Care and Use of
Laboratory Animals and were performed under the supervision of the Division of Comparative
Medicine at Washington University. Long-Evans female rats (250-300 g) were anesthetized using 2-
5% isoflurane gas and 5 mg/kg xylazine. A single incision was created through the skin to expose
the back muscle. Parallel incisions were created through the back muscle on each side of the
vertebral processes from T5-T11. A dorsal laminectomy was performed at T8 using fine tip rongeurs
to expose the spinal cord. The dura mater was removed from the exposed cord at T8. Vitrectomy
scissors mounted to a micromanipulator were lowered 1.5 mm into the spinal cord. A lateral incision

was created across the spinal cord to from a dorsal hemisection.

Following the initial incision, fibrin scaffolds with total volume of 200 pl. were prepared by mixing
10 mg/ml fibrinogen, 2.5 mM CaCl2 (Sigma), 2 NIH units/ml thrombin (Sigma), 30 mg of NEP1-
40-loaded PLGA microspheres (1.5 mg per transplant) and 10 mg of ChABC-loaded microtubes
(0.5 mg per transplant). For fibrin control group, empty drug PLGA microspheres and lipid
microtubes were incorporated into the fibrin scaffold as controls. 4 animals were used per group and
12 rats total survived the injury and transplantation out of 15. A 10 pL fibrin scaffold was allowed to
polymerize for 5 minutes prior to implantation into the injury site. Using fine tooth forceps, the
fibrin scaffold was gently forced into the dorsal hemisection incision. Following implantation, a
second 10 pL fibrin scaffold was allowed to polymetize in situ to hold the delivery system/scaffold
within the injury site, covered with artificial dura, then the overlying back muscles closed using

degradable sutures, and the skin stapled closed.
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Immediately following surgery, animals were given cefazolin (25 mg/kg) and buprenorphine (0.04
mg/kg). Cefazolin was continued twice daily for 5 days with buprenorphine (0.04 mg/kg) given
twice daily for 3 days and (0.01 mg/kg) for the next 3 days. Bladders were manually expressed twice
a day until normal bladder function was resumed. Two weeks following treatment, animals were
euthanized by an overdose of Euthasol. Spinal cords were harvested following transcardial perfusion
with 4% paraformaldehyde and post-fixed in 4% paraformaldehyde overnight. Spinal cords were
then cryoprotected in 30% sucrose in PBS. Prior to embedding, 3 cm sections of the spinal cords
with the injury site in the center were cut and frozen on dry ice. Cords were embedded in Tissue-

Tek OCT compound and cut into 20 pm sagittal sections with a cryostat (Leica CM1950).

3.3.2 Embryonic Stem Cell Culture

A previously established transgenic ESC line (P-Olig2) was used for transplantation
(McCreedy et al.,, 2012). The P-Olig2 cell line contains the puromycin N-acetyltransferase (PAC)
gene under the control of the native Olig2 regulatory elements in one allele, thus conferring
puromycin resistance to cells expressing Olig2 after induction and allowing for positive selection of
pMNs. To allow tracking of these cells, enhanced green fluorescent protein (GFP) was randomly
inserted under the control of the beta-actin promoter to provide ubiquitous reporter expression
throughout the experiments (Seiler-Tuyns et al., 1984, Quitschke et al., 1989, McCreedy et al., 2012,
McCreedy et al., 2014). P-Olig2 ESCs were grown in complete media consisting of Dulbecco’s
modified FEagle’s Medium (Life Technologies, Carlsbad, CA) supplemented with 10% newborn calf
serum (Life Technologies), 10% fetal bovine serum (Life Technologies), and 1:200 100x
EmbryoMax® Nucleosides (EMD Millipore, Billerica, MA). Cells were passaged at a 1:5 ratio every
2 days and seeded on a new T-25 flask coated with a 0.1% gelatin solution (Sigma). To avoid the use

of a feeder cell layer, 1000 U/mL leukemia inhibitory factor (LIF; EMD Millipore) and 100 uM 8-
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mercaptoethanol (BME; Life Technologies) were added to the media to maintain ESCs in an

undifferentiated state (Willerth et al., 2007, McCreedy et al., 2012).
3.3.3 Progenitor Motor Neuron Differentiation

For pMN induction, P-Olig2 ES cells were exposed to retinoic acid (RA; Sigma) and
smoothened agonist (SAG; EMD Millipore) in a 27/4" induction protocol (McCreedy et al., 2012).
One million ESCs were aggregated into embryoid bodies (EBs) in 100-mm Petri dishes coated with
a 0.1% agar solution in DFK5 media consisting of DMEM:F12 base media (Life Technologies)
supplemented with 5% knockout serum replacement (Life Technologies), 50 pM non-essential
amino acids Life Technologies),1:100 100x Insulin-Transferrin-Selenium (Life Technologies), 1:200
100x EmbryoMax® Nucleosides. EBs were allowed to form for 2 days in the absence of induction
factors (27). EBs were then cultured in DFK5 supplemented with 2 uM RA and 0.5 uM SAG for the
final four days (4"). Media was changed every 2 days. In selected cultures, 4 pug/mlL puromycin

(Sigma) was added during the final 2 days of induction (McCreedy et al., 2012)

3.3.4 Formation of Poly(lactic-co-glycolic acid) (PLGA) Microspheres:

PLGA microspheres, with a 50:50 lactic acid to glycolic acid ratio, were fabricated using a
water in oil in water double emulsion solvent evaporation technique (Kim et al., 2008b). PLGA
(10% w/v, intrinsic vis. = 0.15-0.3 dL./g, Absorbable Polymers Inc., Pelham, NJ) was dissolved in 2
mL dichloromethane (DCM). 100 L of 10 mg/mL NEP1-40 (Mw = 4627 Da, Sigma) was added to
the PLGA/DCM solution and sonicated for 10 seconds (Microson, Misonix Inc.), added to 25 mL
of water with 1% w/v poly(vinyl alcohol) and 10% w/v NaCl and homogenized. The resulting
emulsion was poured into 250 mL of water with 0.1% w/v poly(vinyl alcohol) and 10% w/v NaCl,
then magnetically stirred for 3 hours, washed with water, frozen overnight at -80°C and lyophilized.

PLGA microspheres were imaged using a scanning electron microscope (Nova NanoSEM 230, FEI)
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after gold sputter coating for 45 seconds. Diameters from individual microspheres were measured

using Image] software and 100 microsphere diameters were averaged per batch.

3.3.5 Formation of Lipid Microtubes:

Lipid microtubes were formed similar to previous work (Meilander et al, 2001). 1,2-
bis(tricosa-10,12-diynoyl)-s#-3-phosphocholine (DC;,PC) lipids (Avanti Polar Lipids, Alabaster, AL)
wete dissolved at 55°C in 70% ethanol at 1 mg/mL and placed into a temperature controlled water
bath (Haake A10, ThermoScientific, Asheville, NC). The total volume per batch was 5 mlL. The
temperatute was decreased from 55°C to 25°C at a rate of 2.5°C/min. The lipid tubes were then
stored at room temperature in the dark for one week. Trehalose (EMD Millipore) was added to a
final concentration of 50 mM, the solution was centrifuged (1200 rcf, 5 minutes) to pellet the lipid
microtubes, and 4 mL of solution was removed. The concentrated (5 mg/mL) microtube solution
was lyophilized overnight to dry and stored at -20°C until further use. Prior to use 10 mg of dried
microtubes were rehydrated with 100 pLs of 500 mU/mI ChABC dissolved in 1 M trehalose for 2
hours at 4°C. After loading with ChABC, the solution was diluted with 15 mLs of tris buffered
saline, pH 7.4, then centrifuged (1200 rcf, 5 minutes) and the supernatant was removed. This step
was performed one more time and the resulting loaded microtube pellet was used in 3D fibrin

scaffold cultures or scaffold implantation into rat spinal cords.

3.3.6 3D Fibrin Scaffold Cultures

Fibrin scaffolds were prepared by dissolving fibrinogen (50 mg/mL; EMD Millipore) in TBS
and dialyzing in 4L TBS for 24 hours. Fibrinogen was then sterile filtered before adjusting the
concentration to 20 mg/mL as measured by UV spectroscopy. As previously desctibed, a solution
(150 pL) containing 10 mg/ml fibrinogen, 2.5 mM CaCl, (Sigma), and 2 NIH units/mlL thrombin

(Sigma) was mixed in a 48 well plate (Willerth et al., 2006, Willerth et al., 2007). For incorporation of

67



AIMS, the fibrin scaffolds were mixed with 45 mg NEP1-40-loaded PLGA microspheres and 7.5
mg ChABC-loaded lipid microtubes. All scaffolds were washed 5 times with 500 uL. TBS per wash
over a 24 hour period to remove unbound delivery system components (heparin and/or growth

factors).

Three to five EBs containing pMNs were placed on each fibrin scaffold, and an additional
fibrin scaffold (100 pL) with only CaCl, and thrombin was added to the top of the EBs. The 48 well
plates containing fibrin scaffolds with EBs were incubated for 1 hour at 37°C. Cell media (500 uL)
containing a 1:1 ratio of DFK5 media and Neurobasal (NB) (Life Technologies) media with 2% B27
supplement (Life Technologies) and 5 pg/mL aprotinin (Sigma) was then added to the top of the
scaffolds. The EBs were cultured for 2 weeks with a single media change on day 3 to change to NB

media with 2% B27 supplement and 5 pg/mL aprotinin.

3.3.7 Flow Cytometry

For evaluation of cell survival following 2 weeks of 3D culture, 0.25% trypsin-EDTA was
added for 15 min to dissociate the EBs. pMNs from 2 scaffolds within the same group were
combined together, triturated into a single cell suspension, then quenched with complete media.
Cells were pelleted by centrifugation (5 min at 230xg), the supernatant was removed, and a standard
LIVE/DEAD® Cell Viability Assay (Life Technologies) was petformed. Live cells were identified
by the incorporation of the membrane permeable calcein AM stain within a cell, whereas dead cells
were identified by the binding of ethidium homodomer-1 to the nucleic acids of cells with damaged
plasma membrane. Stained cells were analyzed for percent alive and dead using a Canto 1I flow
cytometer (Becton Dickinson, Franklin Lakes, NJ). For each group, 30,000 events were recorded
and FloJo software (FloJo, Ashland, OR) was used for population gating following debris removal

based on forward scatter versus side scatter. Results from flow cytometry are reported as the
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percentage of cells staining positive for the live cellular marker or dead cellular marker out of the

total cell population.

3.3.8 Sub-Acute Spinal Cord Injury and Delayed Scaffold Implantation

Experiments performed on animals complied with the Guide for the Care and Use of
Laboratory Animals and were performed under the supervision of the Division of Comparative
Medicine at Washington University. Prior to surgery, animals (female Long-Evans rats, 250-275 g)
were anesthetized with 5% isoflurane gas and an injection of 5 mg/kg xylazine. An incision was
made through the back to expose the back muscle. Parallel cuts were made through the muscle on
each side of the vertebral processes from T6-T10. To expose the spinal cord, the dorsal lamina was
removed at T8 with fine tip rongeurs. The spinal cord was stabilized using spinal clamps placed in
the vertebral foramina at T7 and T9. Dura mater was removed and vitrectomy scissors attached to a
micromanipulator were lowered 1.5 mm into the spinal cord. Using the vitrectomy scissors, a lateral
dorsal hemisection was performed on the spinal cord. Following removal of the vitrectomy scissors
and micromanipulator, the spinal cord was covered with artificial dura, the back muscles closed with
degradable sutures, and the skin was stapled closed. Animals were given cefazolin (25 mg/kg) and
buprenorphine (0.04 mg/kg) (Quitschke et al., 1989). Cefazolin was continued twice daily for 5 days
with buprenorphine (0.04 mg/kg) provided twice daily for 3 days and (0.01 mg/kg) for the next 3
days. Throughout the study, bladders were manually expressed twice a day until normal bladder
function returned. Two weeks after the dorsal hemisection, the spinal cord was re-exposed, and a
cavity for implantation was made by removing the scar tissue. Multifactorial fibrin scaffolds (300 pL)
were prepated by mixing 10 mg/mL fibrinogen, 2.5 mM CaCl,, 2 NIH units/mL thrombin, 62.5 pM
heparin, 0.25 mM ATII peptide, 125 ng NT3, 20 ng PDGF-AA, 45 mg NEP1-40-loaded

microspheres, and 15 mg ChABC-loaded microtubes per scaffold., The ATIII bi-domain peptide

69



(GNQEQVSPKBAFAKLAARLYRKA), synthesized by solid phase Fmoc chemistry as previously
described, was used to provide sustained growth factor delivery (GFs) (Sakiyama-Elbert and
Hubbell, 2000a, b). For scaffolds containing growth factors heparin, ATIII peptide, and growth
factors were added to each fibrin scaffold. For scaffolds containing GFs and pMNs, the
microspheres and microtubes were excluded from the formation solution. For scaffolds containing
AIMS and pMNs, heparin, ATIII peptide, and growth factors were excluded from the formation
solution. For scaffolds not containing cells, the pMNs were excluded from the formation solution

(Table 3.1).

Table 3.1: Design of SCI combination therapy study. All groups had fibrin as the scaffold and included
some combination of heparin, ATIII peptide, GFs (NT-3 & PDGF), NEP1-40 PLGA microspheres, ChABC

lipid microtubes, and pMNs.

Combination Scaffolds |Heparin |ATIIl peptide | NT-3/PDGF N'Enﬁ’;;‘;;,ﬁggg‘ CFL’QE)?U'Q’;'S Sg',aﬂzd
GFs (n=5) X X X
pMNs+GFs (n=5) X X X X
AIMS (n=6) X X
OMNSs+AIMS (n=7) X X X
GFs+AIMS+pMNs (n=6)] X X X X X X

For implantation, a 10 pL fibrin scaffold was polymerized for 5 min then implanted into the
created cavity. For groups containing pMNs, 10 EBs were added to the 10 pL scaffold during
polymerization. A second 10 pl fibrin scaffold containing only CaCl2 and thrombin was
polymerized in situ to secure the initial scaffold within the lesion cavity. Following implantation, the
spinal cord was covered with artificial dura, the back muscle closed with sutures, and the skin stapled
closed. Upon completion of the surgery, animals were given buprenorphine and cefazolin in the
same doses as specified for the initial injury. Bladders were manually expressed twice a day until

normal bladder function returned. To limit immune rejection of the mouse cells, daily injections of
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cyclosporine-A (10 mg/kg, Novartis) were given. Two weeks after scaffold implantation, animals
were euthanized by an overdose of Euthasol, and a transcardial perfusion performed with 4%
paraformaldehyde. Spinal cords were harvested and post-fixed in 4% paraformaldehyde for 24
hours. After fixing, cords were cryoprotected in 30% sucrose in 10 mM PBS. Cords were embedded
in Tissue-Tek OCT compound, frozen, and cut into 20 pm sagittal sections with a cryostat (Leica

CM1950).

3.3.9 Immunohistochemistry:

To determine expression of markers at the site of injury, immunohistochemistry was
performed on 6 spinal cord sections per animal. OCT was washed from spinal cord sections with
PBS. Sections were permeabilized with 0.1% Triton X-100 for 15 minutes and blocked with 10%
bovine serum albumin and 2% normal goat serum (NGS). The following primary antibodies were
applied overnight at 4°C in PBS with 2% NGS: B-tubulin III (B-tublll, Covance, Dedham, MA,
1:400), glial fibrillary acidic protein (GFAP, ImmunoStar, 1:100), chondroitin sulfate (CS56, Sigma,
1:250), CD68 (ED1, AbD Serotec, 1:200), neuronal nuclei (NeuN, EMD Millipore, 1:500). Primary
antibody staining was followed by 3 washes with PBS. Appropriate Alexa Fluor secondary
antibodies (Life Technologies) in PBS with 2% NGS were applied for 2 hours at room temperature
followed by an additional 3 washes in PBS. Sections were mounted using ProLong Gold anti-fade

reagent with DAPI (Life Technologies).

3.3.10 Image Analysis of Immunohistochemistry:

To quantify the staining of markers at the injury site, a series of images spanning the lesion
site were captured using a MICROfire camera attached to an Olympus IX70 inverted microscope
using a 4x objective. As previously described, the images were merged using Adobe Photoshop, and

the lesion site traced and expanded 250 um away from the injury (McCreedy et al., 2014). The
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average pixel intensity within the lesion area or 250 pm from the lesion border was measured using a
custom Matlab (Mathworks, Natick, MA) script that determined the intensity of each individual pixel

and then averaged all the intensities of pixels within the defined area.
3.3.11 Statistical Analysis:

In vitro data was analyzed by ANOVA followed by Scheffe’s post-hoc test with a significance
criterion of 95%. Statistical significance for zz wivo studies was determined by using the non-

parametric Kruskal-Wallis one-way analysis of variance with a significance criterion of 95%.

3.4 Results

3.4.1 Loaded PLGA Microspheres and Lipid Microtubes Limit Formation of the Glial Scar

and Promote Axonal Extension in an Acute Dorsal Hemisection Injury:

PLGA microspheres loaded with NEP1-40 and lipid microtubes loaded with
thermostabilized ChABC were incorporated into fibrin scaffolds and implanted into a thoracic
dorsal spinal cord hemisection immediately after injury. Two weeks after treatment, the spinal cords
were harvested, sectioned, and stained for several markers to analyze the effect of the drug delivery
systems at the site of injury (Figure 3.1A). The injury group had the thoracic hemisection with no
treatment following the injury (n=4). The fibrin group underwent the thoracic hemisection and was
acutely treated with a fibrin scaffold containing empty PLGA microspheres and lipid microtubes
(n=4). The treatment group had a thoracic hemisection that was acutely treated with a fibrin scaffold
containing NEP1-40-loaded PLGA microspheres and ChABC-loaded lipid microtubes (n=4).

PLGA microspheres remained within the transplant site and appeared as spherical voids within the
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spinal cord sections, no evidence of lipid microtubes were seen within the sections. The loaded drug
delivery systems promoted a significant decrease in the staining against CS56 (intact CSPGs, as
assessed by average pixel intensity values) within 500 um of the injury when compared to both injury
alone and fibrin with empty microspheres and microtubes (Figure 3.1B). To measure neural fibers,
antibodies against 3-tublll, a microtubule found in neurons, showed a significant increase in the
average pixel intensity within 500 um compared to the fibrin with empty delivery systems group
although no difference was measured between the fibrin alone group and the fibrin with loaded

microspheres and microtubes group.

Furthermore, the development of the glial scar was quantified by staining for GFAP, an
intermediate filament found within astrocytes and upregulated in reactive astrocytes. Staining for
GFAP showed that the fibrin with loaded delivery systems had significantly decreased GFAP
staining compared to the fibrin with empty delivery systems group. The proof of concept animal
study suggests that the sustained dual delivery of ChABC and NEP1-40 in an acute dorsal
hemisection model may limit the presence of CSPGs, increase neuronal fiber extension, and affect

the development of the glial scar after injury.
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Figure 3.1: Scaffold transplantation following a thoracic dorsal hemisection model of spinal cord
injury. (A) Immunohistochemistry of injured spinal cord sections two weeks after transplantation, 20 um
thick sections were stained with antibodies against CS56 (marker for CSPGs), ED1 (macrophages and
microglia), GFAP (astrocytes and glial scar), or B-tublIl (neurons). (B) The average pixel intensity within 500
um of the injury site was determined. Fibrin scaffolds with loaded delivery systems had increased B-tublIIl
intensities compared to fibrin with unloaded delivery systems. Deposition of CSPGs was decreased in the
treated groups compared to the injury alone and fibrin with unloaded delivery systems. GFAP intensity was
decreased in the fibrin with loaded delivery system groups. The percent area of inflaimmation was measured
as the fraction of pixels that positively stained for ED1 in a 2 cm section. No significant changes were seen in
the immune response between any groups. Error bars are standard deviation. * denotes significant difference
between groups (p < 0.05). Scale bar is 250 pm.
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3.4.2 pMN Survival is not Effected by Combination Therapy with AIMS in vitro:

To study the effect of AIMS on the viability of pMNs in long-term culture, puromycin-
selected pMNs were cultured in 3D fibrin scaffolds containing either one or both AIMS for two
weeks post-induction. A cell viability assay with flow cytometery was used to quantify cell survival
(Figure 3.2). Fibrin scaffolds alone contained 93.4% live cells and 6.6% dead cells, while the
inclusion of AIMS resulted in 90.1% live cells and 9.9% dead cells. No statistical differences were
measured between the groups. Separating out the two AIMS resulted in 85.1% live cells and 14.9%
dead cells when only ChABC-loaded lipid microtubes were included in fibrin scaffolds, and 89.1%
live cells and 10.9% dead cells when only NEP1-40-loaded PLGA microspheres were included in
fibrin scaffolds. Therefore, the AIMS do not directly affect survival of pMNs after two weeks in

culture 7 vitro.
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Figure 3.2: Viability of purified pMNs cultured in fibrin scaffolds with or without AIMS at two weeks
In vitro. Flow cytometery quantification of the percent of live and dead cells after degradation of scaffolds.
Live cells stained positive with calcein AM and dead cells stained positive for ethidium homodimer-1. No
significant differences were seen between groups. Error bars are standard deviation.
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3.4.3 Fibrin Scaffolds with AIMS decrease pMN Survival in a Sub-Acute Rat Injury Model:

Following 7z vitro analysis, fibrin scaffolds containing pMNs, the AIMS and the GF delivery
system were transplanted into a sub-acute rat thoracic SCI model. Transplantation of the biomaterial
scaffolds was delayed until two weeks after injury to allow stabilization of the lesion site and to
improve transplanted cell survival. Five different groups were used to evaluate the effects of using
combination therapies for SCI: (1) fibrin scaffolds with the heparin-based delivery of growth factors
(GFs, n = 5), (2) fibrin scaffolds incorporating GFs with pMNs (GFs+pMNs, n=5), (3) fibrin
scaffolds incorporating AIMS (AIMS, n=0), (4) fibrin scaffolds incorporating AIMS with pMNs
(AIMS+pMNs, n=7), and (5) fibrin scaffolds incorporating GFs, AIMS, and pMNs
(GFs+AIMS+pMNs, n=6). The transplanted pMNs ubiquitously express GFP under the -actin

promoter to allow visualization of transplanted cells.

Fluorescence imaging two weeks post-transplantation confirmed survival of GFP” cells in all
groups that contained pMNs within the fibrin scaffolds (Figure 3.3A-C). However, the total GFP”
area within the spinal cords was significantly different between groups with and without AIMS
(Figure 3.3D). The GFP" area was decreased 10-fold when AIMS were included, suggesting AIMS
have a negative effect on cell viability. While examining infiltration of inflammatory cells into and
around the lesion site, large numbers of ED1" macrophages/microglia was observed when both
pMNs and AIMS were included in the scaffolds. The lowest level of ED1" staining was seen in the
AIMS alone and the GFs alone groups (Figure 3.4). Together these data suggest that the
combination of AIMS and pMNs may lead to decreased transplanted cell survival due to an

increased inflammatory response.
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Figure 3.3: Effect of combination therapies on transplanted pMNs in injured spinal cord sections
two weeks after transplantation. (A-C) Representative images of GFP* areas within the (A) pMNs+GFs
group, (B) pMNs+AIMS group, and (C) pMNs+GFs+AIMS group. (D) The average GFP+ area within the
lesion site was determined. GFP expression was significantly decreased in groups containing AIMS compared
to the pMNs+GFs group. Error bars are standard deviation. * denotes significant difference between other
groups (p<<0.05).
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Figure 3.4: Effect of combining pMNs and AIMS on macrophage infiltration as assessed by ED1
staining. (A-E) Representative images of 20 um thick sections of ED1 (marker for activated inflammatory
cells) staining within and around the lesion site for groups containing (A) GFs, (B) pMNs+GFs, (C) AIMS,
(D) pMNs+AIMS, (E) pMNs+GFs+AIMS. Positive staining for ED1 appears higher in groups containing
both pMNs and AIMS. (F) The average pixel intensity of ED1 stained sections within the lesion area was
determined. Fibrin scaffolds with pMNs+AIMS had significantly higher ED1 staining compared to AIMS.
Error bars are standard deviation. * denotes significant difference versus the AIMS group (p<<0.05). Scale bar
is 250 pum.
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3.4.3 Neural Differentiation and Integration of Transplanted pMNs following SCI:

Differentiation and axon extension of the surviving transplanted pMNs into mature neural
cell fates was examined to determine if the transplanted cells were capable of becoming the
appropriate cell types. Astrocytes and neurons were seen within GFP' areas. Astrocytes were
visualized by staining for GFAP, with the strongest GFAP expression found at the border of the
lesion and at the edges of the cell transplants (data not shown). No significant differences in GFAP
expression was found between any groups, suggesting similar degrees of reactive gliosis. GFP" areas
also stained strongly for neuronal nuclei (Figure 3.5). The pMNs+GFs group had significantly
higher amounts of NeuN staining than other groups likely due to higher pMN survival. However,
normalizing the number of NeuN+ cells in GFP" areas by the GFP" area no difference in the
density neuronal nuclei (rough measure of the % of neurons from pMNs) between groups with
transplanted cells was observed (Figure 3.0F). No NeuN+ cells were seen within the injury area in
groups not receiving transplanted pMNs. Staining for the oligodendrocyte marker, O4, was

inconclusive (data not shown).
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Figure 3.5: pMNs differentiate into neurons when transplanted into the injured spinal cord. (A-C)
Representative images from GFs+pMNs and GFs+AIMS+pMNs groups stained with the neuronal nuclei
marker, NeuN, two weeks post-transplantation (A-C) GFs+pMNs group showing NeuN* cells (A) and
GFP* areas (B) that colocalize together (C). (D-F) GFs+AIMS+pMNs groups also stained positive with
NeuN (D) within GFP* areas (E) and showed colocalization (F). The GFs+pMNs group had significantly
higher GFP* areas and higher amounts of NeuN™ cells but when normalized to the GFP* area showed
similar levels of NeuN expression between all groups. Scale bars are 100 pm. Error bars are standard
deviation.
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In groups that contained transplanted pMNs, staining for the neuronal cytoskeletal protein
B-tublIl demonstrated robust axonal extension within the transplant area (Figure 3.6A). The
pMNs+GFs group had the greatest level of axonal extension within the lesion area, significantly
higher than all other groups (Figure 3.6B). The groups containing pMNs+AIMS (with or without
GF) showed a high degree of colocalization between B3-tublIIl and GFP expression, suggesting that
the transplanted cells were capable of differentiating into neurons and extending axons. However,
no differences in the total amount of B-tubIIl were seen when compared to groups without pMNs,
suggesting that a lower number of cells were surviving in the presence of AIMS compared to the
pMNs+GFs group. Axon density in the host tissue immediately surrounding the lesion was not
significantly different between any groups. In many cases where transplanted cells were adjacent to
the lesion border, there were GFP+ cell processes crossing the GFAP defined border and into host
tissue (Figure 3.7). These data suggest that the inclusion of AIMS does not inhibit the differentiation
of pMNs into neuronal cell fates in vivo, and the neurons are capable of axonal extension that
bridges into the host tissue providing the possibility of forming functional synaptic connections

outside of the transplant area.
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Figure 3.6: Spinal cord sections show colocalization of neuronal extensions and GFP* areas. (A-C)
Representative images of GFP expression and a marker for activated neuronal extensions, B-tublll, from
GFs+pMNs group (A) and B-tublll staining (B) that shows colocalization when merged together (C).
Robust B-tublll staining was observed overlapping with GFP+ areas. (D) The average pixel intensity of 3-
tublll staining in sections within the lesion area was determined. Error bars are standard deviation. Scale bar
is 100 pm. * denotes significant difference from all other groups (p<0.05).

250 um

Figure 3.7: Penetration of transplanted pMNs into host tissue. Fluorescent GFP+ images of injured
spinal cord sections from (A) pMNs+GFs and (B) pMNs+GFs+AIMS were overlaid on top of the
corresponding IHC images stained for the astrocyte specific marker (GFAP).
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3.4.5 Fibrin Scaffolds with AIMS Decrease CSPG Deposition but have Limited Effects on

CSPGs in Combination Scaffolds

Previous work in our lab and other lab’s has shown that transplanting ChABC-loaded
microtubes into the injured spinal cord reduces CSPG levels (Wilems-JCR submitted, (Meilander et
al., 2001). The loaded ChABC remains active upon release from the microtubes and decreases CSPG
deposition around the injury site in acute transplantation models. Transplantation of AIMS alone in
the sub-acute injury significantly decreased CS56 staining, which marks non-degraded CSPGs,
compared to groups containing pMNs+AIMS and pMNs+GFs+AIMS (Figure 3.8). However, the
pMNs+AIMS group did not demonstrate a decrease in CSPG deposition within the lesion site
despite the delivery of ChABC. The trends seen within the injury area were maintained in the
immediate host tissue (within 250 pm of the injury), but differences in CS56 staining were not
apparent more than 250 um beyond the lesion (Figure 3.8F). Thus it appears the combination of
pMNs+AIMS or pMNs+GFs+AIMS leads to a significant increase in CSPGs, which may inhibit
axonal extension and the formation of synaptic connections within the transplant area and host

tissue.
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Figure 3.8: Combination of pMNs and/or GFs with AIMS does not decrease CSPGs compared to
GFs alone or pMNs+GFs. (A-E) Representative images of CS56, a marker for non-degraded CSPGs, staining
within and around the lesion site for groups containing (A) GFs, (B) pMNs+GFs, (C) AIMS, (D) pMNs+AIMS, (E)
pMNs+GFs+AIMS. Strong CS56 staining was seen when pMNs and AIMS were included in fibrin scaffolds. (F) The
average pixel intensity of CS56 stained sections within the lesion area and within the immediate host tissue (250 um
from the lesion border) was determined. Fibrin scaffolds with pMNs+AIMS or pMNs+GFs+AIMS had significantly
higher ED1+ staining compared to the AIMS alone group in both the lesion area and immediate host tissue. Error bars
are standard deviation. * denotes p<0.05 versus AIMS alone group
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3.5 Discussion

As a proof of concept study, the drug delivery systems were incorporated into fibrin
scaffolds and implanted into rats after SCI. A decrease in axonal extension was measured when
unloaded microspheres and microtubes were transplanted within fibrin scaffolds by staining with
antibodies against 3-tublIl. This decrease may be caused by PLGA degradation byproducts which
are acidic and lower the pH of the local environment (Sung et al., 2004). Acidic environments have
been shown to affect the immunoreactivity of astrocytes for GFAP, which corresponds to astrocytes
in a more reactive state (Oh et al., 1995). Therefore, the decreased pH caused by degradation of
PLGA microspheres may drive astrocytes into a reactive state, as evidenced by an upregulation of
GFAP. Astrocytes in a reactive state are detrimental to recovery because reactive astrocytes increase
deposition of CSPGs and limit axonal extension; both an increase in GFAP and CSPG was
measured with unloaded microspheres and microtubes. Therefore, the incorporation of PLGA
microspheres into fibrin scaffolds may lead to increased CSPG deposition due to an enhanced
conversion of astrocytes into reactive astrocytes and future research using the drug delivery systems

should account for the potential negative effects on the local environment.

In contrast, the loaded drug delivery systems appeared to increase axonal extension and
decrease the presence of CSPGs. Therefore, the sustained release of ChABC and NEP1-40 may
increase axonal growth potential at the injury site by removing extrinsic barriers. The removal of
extrinsic barriers including CSPGs and MAIs provide a more permissive environment leading to
improved axonal extension. Sustained release of NEP1-40 and ChABC also had no effect on GFAP
staining compared to the injury alone group, suggesting limited effect on astrocytes two weeks after
injury. The inflammatory response after SCI is an important factor and acidic degradation
byproducts PLGA may increase the inflaimmatory response (Kim et al., 2007). No significant
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changes were measured in macrophage/microglia (ED-1) staining when PLGA microspheres and
lipid microtubes were incorporated into fibrin scaffolds, although incorporation of microspheres
and microtubes trended toward increased inflaimmation. This suggests that although the byproducts
from the PLGA microspheres may increase macrophage infiltration and microglia activation, the
increase was not significant when the microparticles were loaded with anti-inhibitory molecules and
did not appear to limit neuronal growth at the site of injury. Future work using the microspheres and

microtubes for drug delivery should monitor the local inflammatory response.

The secondary injury following SCI results in significant cell loss and formation of a
complex, highly inhibitory glial scar. Many therapeutic options have targeted single obstacles that
limit recovery following injury, which typically result in modest functional improvements. Here we
combined several potentially promising therapies into a fibrin-based tissue engineered scaffold to
overcome multiple obstacles simultaneously, with the aim of enhancing recovery over single
therapies. Specifically, we aimed to repopulate the cystic cavity and limit the inhibitory effects found
within the glial scar. Transplanting pMNs with the sustained delivery of neurotrophic factors verified
previous work showing transplanted cells survived and differentiated into the expected cell types
(McCreedy et al., 2014). The therapy incorporating AIMS into fibrin scaffolds also verified previous
results by significantly decreasing the inhibitory CSPG presence around the lesion (Wilems — JCR
Submitted). Interestingly, the combination of AIMS with pMNs did not result in an additive effect
of the single therapies. Incorporating both AIMS and pMNs into fibrin scaffolds with or without

GFs decreased cell survival and failed to reduce CSPGs around the lesion site.

The 7 vitro analysis of pMNs with AIMS did not show any adverse effects on cell viability at
two weeks, which suggests that the AIMS only have a negative effect on pMN cell viability when

transplanted 7z vivo. It is possible the AIMS indirectly limit survival through interactions with the
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host environment; specifically, the AIMS may increase recruitment of inflammatory cells, such as
macrophages, when combined with cell transplants. Inflammatory cells, including neutrophils and
macrophages, generate oxygen free radical species and lysosomal enzymes that cause non-specific
degradation of the surrounding cells and tissue (Cassatella, 1995, Taoka and Okajima, 2000).
Scaffolds containing AIMS did not significantly increase macrophage infiltration compared to GFs
alone. The lipid microtubes were not expected to affect pMN viability and were previously shown to
have a limited effect on the inflammatory response 7z vivo (Meilander et al., 2001). The sugar
trehalose, used for thermostabilization of ChABC within the lipid microtubes, has been shown to
increase cellular resistance to oxidative stress by scavenging free radicals and could limit the
cytotoxic effects within the lesion site thus improving cell survival (Benaroudj et al., 2001). In
contrast to the lipid microtubes, hydrolysis of PLGA microspheres creates degradation byproducts
that are acidic, lower the pH of the local environment, and have been shown to significantly affect
cell viability in long term cultures (Sung et al., 2004). Furthermore, subcutaneous implantation of
PLGA scaffolds into adult rats showed an enhanced inflammatory response compared to less acidic
scaffolds (Kim et al., 2007). PLGA microspheres may increase long-term inflammation, but the
AIMS incorporated into fibrin scaffolds without pMNs did not trigger increased macrophage
infiltration. It is likely that individually, AIMS and pMNs both affect infiltration and activation of

inflammatory cells, but the inflammation is limited until the two therapies are combined.

After transplantation, P-Olig2-derived pMNs retain high GFP expression, which colocalized
to astrocyte (GFAP) and neuronal markers (NeuN), though oligodendrocyte (O4) staining was
inconclusive. Importantly, the average density of NeuN" cells per GFP" area was consistent across
all groups containing pMNs. The neuronal markers appeared within GFP" areas in much higher
quantities compared to astrocyte markers. GFAP has been shown to be highly upregulated within
reactive astrocytes, but has lower levels of expression in more growth permissive astrocytes
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(Bardehle et al., 2013, Pekny et al., 2014). Therefore, the quantity of astrocytes may be higher than
the GFAP staining suggests, and the astrocytes within the transplant area may be more growth
permissive and less reactive than the host astrocytes located at the injury border. Furthermore, the
transplanted neurons extended robust axonal projections within the transplant area, bridged the
injury site, and extended processes into the adjacent host tissue, which could enable synaptic
connections between host and transplanted cells and possibly lead to functional circuits.
Transplanted pMNs are capable of differentiating into the appropriate cell fates in the presence of
AlIMs, demonstrating the feasibility of the combined system; and AIMS-induced inhibition to

differentiation did not pose a significant obstacle.

Lastly, the combination of AIMS and pMNss within fibrin scaffolds appears to have limited
the effect of ChABC delivery from lipid microtubes into the lesion site. Active ChABC was
expected to degrade CSPGs in the local tissue, but became either inactive or phagocytosed prior to
diffusing beyond the transplant area. The transplanted cells or the increased macrophage/microglia
presence within the injury site may have been responsible for the loss in ChABC bioactivity. While
the ChABC was able to reach deposited CSPGs when AIMS were transplanted alone, the
combination of AIMs and pMNs actually resulted in higher amounts of CSPGs within the transplant
area and in the surrounding host tissue than with either treatment alone. The higher CSPG
deposition may also be a result of increased reactive gliosis. PLGA degradation byproducts can
decrease the local pH, which has been shown to direct astrocytes into a reactive state (Oh et al,,

1995).
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3.6 Conclusion

In conclusion, research has resulted in many promising therapies that aim to overcome
specific obstacles limiting recovery. Our lab has previously developed several therapeutic options
that allow for cell transplantation of highly purified pMNs, the sustained delivery of neurotrophic
factors, or the sustained delivery of ChABC and NEP1-40. In this study, we combined the
therapeutic strategies within fibrin scaffolds with the aim of improving recovery over individual
treatments. All treatments containing pMNs had viable cells two weeks post-transplantation into the
injured spinal cord, although the incorporation of AIMS with pMNS led to a decrease in cell
survival, possibly due to an enhanced inflammatory response within the lesion site. Surviving cells
were capable of differentiating into neural cell fates, extending axons, and migrating into the host
tissue. Treatment options with AIMS in fibrin scaffolds showed a decreased presence of CSPGs, but
this decrease was lost when AIMS and pMNs were combined. Future work will be improving the
AIMS by decreasing their effect on pMN survival and limiting their effect on the inflammatory
response. Studying the long term effects of the combination therapies on functional recovery is

important to understanding how the transplants are incorporating into the host tissue.
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Chapter 4

Summary of Findings and Future Directions

4.1 Summary of Findings

Throughout this work we have strived to emphasize the complexity that is inherent with
spinal cord trauma and the follow up treatment. Previous work in our lab and the second chapter in
this thesis have produced therapies for treating SCI. Specifically, Dr. Phillip Johnson and Dr.
Stephanie Willerth studied the effects of controlled growth factor delivery on mouse ESC-derived
neural progenitors within fibrin scaffolds both zz vitro and zn vive. This work paved the way for Dr.
Dylan McCreedy to improve upon the therapy by using highly purified pMNs through collaboration
with Dr. Cara Rieger from Dr. David Gottlieb’s lab. Dr. McCreedy was able to demonstrate the
survival and differentiation of the selected transgenic pMNs (p-Olig2 line) in a sub-acute dorsal
hemisection model of SCI, while also removing the tumorgenic potential of the transplants
compared to unpurified ESC-derived neural progenitors. The thesis presented here looked to further
improve on the therapy by incorporating the sustained delivery of anti-inhibitory molecules into the
fibrin scaffolds. The development and fabrication of the anti-inhibitory microparticle systems
(AIMS) was accomplished in the first part of this work. The second part of was designed to show
the efficacy of transplanting the AIMS into an acute rat SCI model, and to evaluate the effect a
combination therapy of AIMS, pMNs, and sustained growth factor delivery had on the local

environment after transplantation in a sub-acute injury model.
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The first aim was to develop and fabricate the drug delivery systems capable of sustained
release of NEP1-40 and ChABC. The delivery of the two molecules was achieved using two
different drug delivery systems. The highly labile ChABC enzyme was thermally stabilized using
trehalose and was loaded into hollow cylindrical lipid microtubes that had been dried. Loading
occurred through capillary action and release from the microtubes was based on diffusion of the
enzyme from the microtubes and out of the fibrin scaffolds. The small peptide, NEP1-40, was
loaded into PLGA microspheres using a water in oil in water double emulsion evaporation
technique. The release rate of NEP1-40 is directly dependent upon the degradation rate of the
PLGA microspheres, and the formulation parameters chosen allowed for a relatively fast release rate
due to the ratio of lactide to glycolide monomers and the intrinsic viscosity of the polymers. Both
AIMS were shown to provide sustained active release of the anti-inhibitory molecules 7z vitro, and

then the AIMS were transitioned into z vivo rat SCI models.

The second part of this work not only tested the efficacy of using AIMS to treat SCI but also
combined the AIMS with the fibrin scaffolds. The efficacy of using AIMS to treat SCI was
accomplished by incorporating the AIMS into fibrin scaffolds and transplanting the scaffolds into a
rat dorsal hemisection immediately after injury. The treatment with AIMS was shown to increase
axon extension and limit the presence of CSPGs two weeks after transplantation, although a trend
to increased inflaimmation and reactive gliosis was seen compared to the injury alone group. The
combination therapeutic strategy incorporating highly purified pMNs, the sustained delivery of
neurotrophic factors, and the sustained delivery of ChABC and NEP1-40 into fibrin scaffolds
produced very interesting results. Fibrin scaffolds containing pMNs and AIMS did not show
decreased cell survival when cultured for two weeks 7z vitro. However the incorporation of AIMS
with pMNs in a sub-acute rat SCI model led to a decrease in cell survival, which I believe was due to
an increased inflammatory response when both AIMS and pMNs are present. Transplanted cells
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that survived up to 2 weeks were capable of differentiating into neurons, extending axons, and
migrating into the host tissue independent of the inclusion of AIMS. Treatment with AIMS in fibrin
scaffolds alone showed a decreased presence of CSPGs but this effect was lost when AIMS and

pMNs were combined.

In conclusion, I tried to improve upon the scaffolds previously established in the lab by
introducing a system that removes the inhibitory cues found within the extracellular environment. I
was able to develop this system through the use of PLGA microspheres and lipid microtubes with
positive results when transplanted into an acute SCI model. However problems with cell viability
and increased macrophage infiltration arose when AIMS were combined with cell transplantation in
fibrin scaffolds. Future work should look into improving the AIMS, alternative anti-inhibitory
molecules, and performing long term animal studies to better elucidate the effect the therapies have

on functional recovery.

4.2 Future Directions

4.2.1 Improving the AIMS

The use of lipid microtubes to provide sustained delivery of ChABC was shown to
significantly decrease the presence of CSPGs but there are several other options for sustained
delivery of the enzyme. Research has achieved delivery of the highly labile ChABC enzyme through
natural and synthetic drug delivery systems, although I do not believe most of these options are
superior to the lipid microtubes (Huang et al., 2011, Liu et al., 2012, Rossi et al., 2012, Pakulska et

al., 2013, Bartus et al., 2014). A recent publication used a lentiviral vector to transfect cells to
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continually express ChABC following injury and showed improved functional recovery, axonal
conduction, and serotonergic innervation (Bartus et al., 2014). This treatment is promising but has
limitations due to the use of lentiviral vectors, which continually express the enzyme. I believe that
the lipid microtube system could be replaced by transfecting the cells with the ChABC enzyme used
by Bartus e¢# a/. but instead of the ubiquitously expressed promoter use an inducible promoter system

that provides temporal control of expression.

The use of PLGA microspheres to deliver NEP1-40 may be the reason for the enhanced
inflammatory response and should either be replaced as a drug delivery system, or the system should
be modified to mitigate inflammation. I am not aware of any publications that provide an alternative
method to sustained local drug delivery of the peptide without the use of intrathecal pumps,
although a publication has used systemic treatment options including intraperitoneal injection and
subcutaneous osmotic pumps with both showing improved axonal sprouting rostral to SCI (Li and
Strittmatter, 2003). Moving to a systemic delivery method may eliminate the need for the PLGA

microspheres and decrease the amount of material being placed within the fibrin scaffolds.

If the AIMS continued to be used, I recommend a change in the transplantation protocol. In
the studies performed within this thesis, the AIMS and pMNs were combined into a single fibrin
scaffold, placed into the injury cavity, and a second fibrin scaffold containing no additional factors
was placed on top of the first scaffold. If the pMNs were instead included in one scaffold, and the
AIMS were included in a second scaffold, the cell viability may be increased. The released anti-
inhibitory molecules could still be delivered to the injured cord, but the diffusion distance to their
targets may be significantly increased. This also assumes that the inflammation would be decreased

by separating the AIMS and pMNs, which would need further validation using animal models.
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4.2.2 Long Term Studies to Evaluate Functional Recovery

Independent of the changes made to the AIMS and direction that this research takes, the
need for long term studies in SCI is important. The main goal of all therapies in SCI is to re-form
functional synaptic connections that will improve functional recovery. For example, when the AIMS
were used in the acute SCI model, an increase in axonal extension was measured. Long term studies
would allow us to determine if the axons were capable of forming meaningful connections that
promote motor recovery. Furthermore, the highly purified pMNs have now been used in 2 sub-
acute injury models and showed high cell viability, differentiation into neurons, robust extension of
axons, and migration into the host tissue. This suggests that the pMNs may significantly affect
recovery due to the potential to form synaptic connections over and through the transplant area but

long term functional studies are required to further evaluate the therapeutic potential of the cells.

92



References

Abnet K, Fawcett JW, Dunnett SB (1991) Interactions between meningeal cells and astrocytes in
vivo and in vitro. Brain research Developmental brain research 59:187-196.

Afshari FT, Kwok JC, White L, Fawcett JW (2010) Schwann Cell Migration is Integrin-Dependent
and Inhibited by Astrocyte-Produced Aggrecan. Glia 58:857-869.

Akbik F, Cafferty WB]J, Strittmatter SM (2012) Myelin associated inhibitors: A link between injury-
induced and experience-dependent plasticity. Experimental neurology 235:43-52.

Almad A, Sahinkaya FR, McTigue DM (2011) Oligodendrocyte Fate after Spinal Cord Injury.
Neurotherapeutics 8:262-273.

Anderson DK, Prockop LD, Means ED, Hartley LE (1976) Cerebrospinal fluid lactate and
electrolyte levels following experimental spinal cord injury. Journal of neurosurgery 44:715-
722.

Anderson JM, Shive MS (2012) Biodegradation and biocompatibility of PLA and PLGA
microspheres. Adv Drug Deliver Rev 64:72-82.

Ashton RS, Banerjee A, Punyani S, Schaffer DV, Kane RS (2007) Scaffolds based on degradable
alginate hydrogels and poly(lactide-co-glycolide) microspheres for stem cell culture.
Biomaterials 28:5518-5525.

Auffray C, Sieweke MH, Geissmann F (2009) Blood monocytes: development, heterogeneity, and
relationship with dendritic cells. Annual review of immunology 27:669-692.

Bach-y-Rita P, Illis LS (1993) Spinal shock: possible role of receptor plasticity and non synaptic
transmission. Paraplegia 31:82-87.

Bandtlow C, Zachleder T, Schwab ME (1990) Oligodendrocytes Arrest Neurite Growth by Contact
Inhibition. Journal of Neuroscience 10:3837-3848.

Bao F, Dekaban GA, Weaver LC (2005) Anti-CD11d antibody treatment reduces free radical
formation and cell death in the injured spinal cord of rats. ] Neurochem 94:1361-1373.

Barakat DJ, Gaglani SM, Neravetla SR, Sanchez AR, Andrade CM, Pressman Y, Puzis R, Garg MS,
Bunge MB, Pearse DD (2005) Survival, integration, and axon growth support of glia
transplanted into the chronically contused spinal cord. Cell Transplant 14:225-240.

Bardehle S, Kruger M, Buggenthin F, Schwausch ], Ninkovic J, Clevers H, Snippert HJ, Theis FJ,
Meyer-Luehmann M, Bechmann I, Dimou L, Gotz M (2013) Live imaging of astrocyte
responses to acute injury reveals selective juxtavascular proliferation. Nat Neurosci 16:580-
+.

Bartus K, James ND, Didangelos A, Bosch KD, Verhaagen ], Yanez-Munoz RJ, Rogers JH,
Schneider BL, Muir EM, Bradbury EJ (2014) Large-Scale Chondroitin Sulfate Proteoglycan
Digestion with Chondroitinase Gene Therapy Leads to Reduced Pathology and Modulates
Macrophage Phenotype following Spinal Cord Contusion Injury. Journal of Neuroscience
34:4822-4830.

Beattie MS, Bresnahan JC, Komon ], Tovar CA, Van Meter M, Anderson DK, Faden Al Hsu CY,
Noble LJ, Salzman S, Young W (1997) Endogenous repair after spinal cord contusion
injuries in the rat. Experimental neurology 148:453-463.

Beck LR, Cowsar DR, Lewis DH (1980) Systemic and local delivery of contraceptive steroids using
biodegradable microspheres: MTP Press Limited.

Benaroudj N, Lee DH, Goldberg AL (2001) Trehalose accumulation during cellular stress protects
cells and cellular proteins from damage by oxygen radicals. ] Biol Chem 276:24261-24267.

93



Blesch A, Lu P, Tsukada S, Alto LT, Roet K, Coppola G, Geschwind D, Tuszynski MH (2012)
Conditioning lesions before or after spinal cord injury recruit broad genetic mechanisms that
sustain axonal regeneration: Superiority to camp-mediated effects. Experimental neurology
235:162-173.

Blesch A, Tuszynski MH (2003) Cellular GDNF delivery promotes growth of motor and dorsal
column sensory axons after partial and complete spinal cord transections and induces
remyelination. ] Comp Neurol 467:403-417.

Blight AR (1985) Delayed demyelination and macrophage invasion: a candidate for secondary cell
damage in spinal cord injury. Central nervous system trauma : journal of the American
Paralysis Association 2:299-315.

Bozkurt G, Mothe AJ, Zahir T, Kim H, Shoichet MS, Tator CH (2010) Chitosan Channels
Containing Spinal Cord-Detived Stem/Progenitor Cells for Repair of Subacute Spinal Cord
Injury in the Rat. Neurosurgery 67:1733-1744.

Bradbury EJ, Moon LD, Popat R], King VR, Bennett GS, Patel PN, Fawcett JW, McMahon SB
(2002a) Chondroitinase ABC promotes functional recovery after spinal cord injury. Nature
416:636-640.

Bradbury EJ, Moon LDF, Popat R], King VR, Bennett GS, Patel PN, Fawcett JW, McMahon SB
(2002b) Chondroitinase ABC promotes functional recovery after spinal cord injury. Nature
416:636-640.

Bresnahan JC, King ]S, Martin GF, Yashon D (1976) A neuroanatomical analysis of spinal cord
injury in the rhesus monkey (Macaca mulatta). Journal of the neurological sciences 28:521-
542.

Bruce JH, Norenberg MD, Kraydieh S, Puckett W, Marcillo A, Dietrich D (2000) Schwannosis: role
of gliosis and proteoglycan in human spinal cord injury. Journal of neurotrauma 17:781-788.

Bunge MB, Holets VR, Bates ML, Clarke TS, Watson BD (1994) Characterization of
photochemically induced spinal cord injury in the rat by light and electron microscopy.
Experimental neurology 127:76-93.

Caggiano AO, Zimber MP, Ganguly A, Blight AR, Gruskin EA (2005) Chondroitinase ABCI
improves locomotion and bladder function following contusion injury of the rat spinal cord.
J Neurotraum 22:226-239.

Cai D, Qiu J, Cao ZX, McAtee M, Bregman BS, Filbin MT (2001) Neuronal cyclic AMP controls
the developmental loss in ability of axons to regenerate. Journal of Neuroscience 21:4731-
4739.

Cao QL, Howard RM, Dennison JB, Whittemore SR (2002) Differentiation of engrafted neuronal-
restricted precursor cells is inhibited in the traumatically injured spinal cord. Experimental
neurology 177:349-359.

Cao QL, Zhang YP, Howard RM, Walters WM, Tsoulfas P, Whittemore SR (2001) Pluripotent stem
cells engrafted into the normal or lesioned adult rat spinal cord are restricted to a glial
lineage. Experimental neurology 167:48-58.

Cao Y, Shumsky JS, Sabol MA, Kushner RA, Strittmatter S, Hamers FPT, Lee DHS, Rabacchi SA,
Murray M (2008) Nogo-66 receptor antagonist peptide (NEP1-40) administration promotes
functional recovery and axonal growth after lateral funiculus injury in the adult rat.
Neurorehab Neural Re 22:262-278.

Catlson SL, Parrish ME, Springer JE, Doty K, Dossett L. (1998) Acute inflaimmatory response in
spinal cord following impact injury. Experimental neurology 151:77-88.

Casella GT, Bunge RP, Wood PM (1996) Improved method for harvesting human Schwann cells
from mature peripheral nerve and expansion in vitro. Glia 17:327-338.

94



Casella GTB, Marcillo A, Bunge MB, Wood PM (2002) New vascular tissue rapidly replaces neural
parenchyma and vessels destroyed by a contusion injury to the rat spinal cord. Experimental
neurology 173:63-76.

Cassatella MA (1995) The production of cytokines by polymorphonuclear neutrophils. Immunology
today 16:21-26.

Celada A, Nathan C (1994) Macrophage activation revisited. Immunology today 15:100-102.

Chau CH, Shum DK, Li H, Pei J, Lui YY, Wirthlin L, Chan YS, Xu XM (2004) Chondroitinase ABC
enhances axonal regrowth through Schwann cell-seeded guidance channels after spinal cord
injury. FASEB journal : official publication of the Federation of American Societies for
Experimental Biology 18:194-196.

Chernykh ER, Stupak VV, Muradov GM, Sizikov MY, Shevela EY, Leplina OY, Tikhonova MA,
Kulagin AD, Lisukov IA, Ostanin AA, Kozlov VA (2007) Application of autologous bone
marrow stem cells in the therapy of spinal cord injury patients. B Exp Biol Med+ 143:543-
547.

Cho Y, Shi RY, Borgens RB (2010) Chitosan produces potent neuroprotection and physiological
recovery following traumatic spinal cord injury. ] Exp Biol 213:1513-1520.

Choi DW (1992) Excitotoxic cell death. Journal of neurobiology 23:1261-1276.

Choi HW, Kim JS, Choi S, Hong Y], Kim MJ, Seo HG, Do JT (2014) Neural Stem Cells
Differentiated From iPS Cells Spontaneously Regain Pluripotency. Stem Cells 32:2596-2604.

Chopp M, Zhang XH, Li Y, Wang L, Chen J, Lu D, Lu M, Rosenblum M (2000) Spinal cord injury
in rat: treatment with bone marrow stromal cell transplantation. Neuroreport 11:3001-3005.

Chu TC, Zhoul HX, Li FY, Wang TY, Lu L, Feng SQ (2014) Astrocyte transplantation for spinal
cord injury: Current status and perspective. Brain Res Bull 107:18-30.

Clark RA (1993) Biology of dermal wound repair. Dermatologic clinics 11:647-666.

Condic ML, Snow DM, Letourneau PC (1999) Embryonic neurons adapt to the inhibitory
proteoglycan aggrecan by increasing integrin expression. Journal of Neuroscience 19:10036-
10043.

Cristante AF, de Barros TEP, Marcon RM, Letaif OB, da Rocha ID (2012) Therapeutic approaches
for spinal cord injury. Clinics 67:1219-1224.

Crowe JH, Crowe LM, Carpenter JF, Rudolph AS, Wistrom CA, Spargo BJ, Anchordoguy T] (1988)
Interactions of sugars with membranes. Biochimica et biophysica acta 947:367-384.

Davies SJA, Shih CH, Noble M, Mayer-Proschel M, Davies JE, Proschel C (2011) Transplantation
of Specific Human Astrocytes Promotes Functional Recovery after Spinal Cord Injury. Plos
One 6.

Demediuk P, Faden AI (1988) Traumatic spinal cord injury in rats causes increases in tissue
thromboxane but not peptidoleukotrienes. Journal of neuroscience research 20:115-121.

Dergham P, Ellezam B, Essagian C, Avedissian H, Lubell WD, McKerracher L (2002) Rho signaling
pathway targeted to promote spinal cord repair. Journal of Neuroscience 22:6570-6577.

Deumens R, Van Gorp SFJ, Bozkurt A, Beckmann C, Fuhrmann T, Montzka K, Tolba R,
Kobayashi E, Heschel 1, Weis ], Brook GA (2013) Motor outcome and allodynia are largely
unaffected by novel olfactory ensheathing cell grafts to repair low-thoracic lesion gaps in the
adult rat spinal cord. Behav Brain Res 237:185-189.

Dickendesher TL, Baldwin KT, Mironova YA, Koriyama Y, Raiker SJ, Askew KL, Wood A,
Geoffroy CG, Zheng BH, Liepmann CD, Katagiri Y, Benowitz LI, Geller HM, Giger R]
(2012) NgR1 and NgR3 are receptors for chondroitin sulfate proteoglycans. Nat Neurosci
15:703-712.

95



Domeniconi M, Cao Z, Spencer T, Sivasankaran R, Wang K, Nikulina E, Kimura N, Cai H, Deng
K, Gao Y, He Z, Filbin M (2002a) Myelin-associated glycoprotein interacts with the Nogo66
receptor to inhibit neurite outgrowth. Neuron 35:283-290.

Domeniconi M, Cao ZU, Spencer T, Sivasankaran R, Wang KC, Nikulina E, Kimura N, Cai H,
Deng KW, Gao Y, He ZG, Filbin MT (2002b) Myelin-associated glycoprotein interacts with
the Nogo66 receptor to inhibit neurite outgrowth. Neuron 35:283-290.

Donnelly DJ, Popovich PG (2008) Inflammation and its role in neuroprotection, axonal
regeneration and functional recovery after spinal cord injury. Experimental neurology
209:378-388.

Ducker TB, Saleman M, Lucas JT, Garrison WB, Perot PL, Jr. (1978a) Experimental spinal cord
trauma, II: Blood flow, tissue oxygen, evoked potentials in both paretic and plegic monkeys.
Surgical neurology 10:64-70.

Ducker TB, Salecman M, Perot PL, Jr., Ballantine D (1978b) Experimental spinal cord trauma, I:
Correlation of blood flow, tissue oxygen and neurologic status in the dog. Surgical neurology
10:60-63.

Dusart I, Schwab ME (1994) Secondary cell death and the inflaimmatory reaction after dorsal
hemisection of the rat spinal cord. The European journal of neuroscience 6:712-724.

Dyck SM, Alizadeh A, Santhosh KT, Proulx EH, Wu CL, Karimi-Abdolrezaee S (2015) Chondroitin
Sulfate Proteoglycans Negatively Modulate Spinal Cord Neural Precursor Cells by Signaling
through LAR and RPTPsigma and modulation of the Rho/ROCK Pathway. Stem Cells.

East E, de Oliveira DB, Golding JP, Phillips JB (2010) Alignment of Astrocytes Increases Neuronal
Growth in Three-Dimensional Collagen Gels and Is Maintained Following Plastic
Compression to Form a Spinal Cord Repair Conduit. Tissue Eng Pt A 16:3173-3184.

Erceg S, Ronaghi M, Stojkovic M (2009) Human Embryonic Stem Cell Differentiation Toward
Regional Specific Neural Precursors. Stem Cells 27:78-87.

Faden AI, Lemke M, Simon RP, Noble LJ (1988) N-methyl-D-aspartate antagonist MKS801
improves outcome following traumatic spinal cord injury in rats: behavioral, anatomic, and
neurochemical studies. Journal of neurotrauma 5:33-45.

Fahey TJ, 3td, Sherry B, Tracey KJ, van Deventer S, Jones WG, 2nd, Minei JP, Morgello S, Shires
GT, Cerami A (1990) Cytokine production in a model of wound healing: the appearance of
MIP-1, MIP-2, cachectin/TNF and I1.-1. Cytokine 2:92-99.

Fassbender JM, Whittemore SR, Hagg T (2011) Targeting microvasculature for neuroprotection
after SCI. Neurotherapeutics : the journal of the American Society for Experimental
NeuroTherapeutics 8:240-251.

Fisher D, Xing B, Dill ], Li H, Hoang HH, Zhao ZZ, Yang XI., Bachoo R, Cannon S, Longo FM,
Sheng M, Silver J, Li SX (2011) Leukocyte Common Antigen-Related Phosphatase Is a
Functional Receptor for Chondroitin Sulfate Proteoglycan Axon Growth Inhibitors. Journal
of Neuroscience 31:14051-14066.

Fleming JC, Norenberg MD, Ramsay DA, Dekaban GA, Marcillo AE, Saenz AD, Pasquale-Styles
M, Dietrich WD, Weaver LC (2006) The cellular inflaimmatory response in human spinal
cords after injury. Brain 129:3249-3269.

Forgione N, Fehlings MG (2013) Rho-ROCK Inhibition in the Treatment of Spinal Cord Injury.
World neurosurgery.

Forgione N, Fehlings MG (2014) Rho-ROCK Inhibition in the Treatment of Spinal Cord Injury.
Wortld Neurosurg 82:E535-E539.

Fortun ], Hill CE, Bunge MB (2009) Combinatorial strategies with Schwann cell transplantation to
improve repair of the injured spinal cord. Neurosci Lett 456:124-132.

96



Fournier AE, GrandPre T, Strittmatter SM (2001) Identification of a receptor mediating Nogo-66
inhibition of axonal regeneration. Nature 409:341-346.

Fournier AE, Takizawa BT, Strittmatter SM (2003) Rho kinase inhibition enhances axonal
regeneration in the injured CNS. Journal of Neuroscience 23:1416-1423.

Fu Q, Hue J, Li S (2007) Nonsteroidal anti-inflammatory drugs promote axon regeneration via
RhoA inhibition. The Journal of neuroscience : the official journal of the Society for
Neuroscience 27:4154-4164.

Garcia-Alias G, Barkhuysen S, Buckle M, Fawcett JW (2009) Chondroitinase ABC treatment opens a
window of opportunity for task-specific rehabilitation. Nat Neurosci 12:1145-U1116.
Garcia-Alias G, Lin R, Akrimi SF, Story D, Bradbury EJ, Fawcett JW (2008) Therapeutic time
window for the application of chondroitinase ABC after spinal cord injury. Experimental

neurology 210:331-338.

Gearhart J, Oster-Granite ML, Guth L (1979) Histological changes after transection of the spinal
cord of fetal and neonatal mice. Experimental neurology 66:1-15.

Giulian D, Chen |, Ingeman JE, George JK, Noponen M (1989) The role of mononuclear
phagocytes in wound healing after traumatic injury to adult mammalian brain. The Journal of
neuroscience : the official journal of the Society for Neuroscience 9:4416-4429.

Giulian D, Woodward J, Young DG, Krebs JF, Lachman LB (1988) Interleukin-1 injected into
mammalian brain stimulates astrogliosis and neovascularization. The Journal of neuroscience
: the official journal of the Society for Neuroscience 8:2485-2490.

Goldshmit Y, Frisca F, Pinto AR, Pebay A, Tang JK, Siegel AL, Kaslin ], Currie PD (2014) Fgf2
improves functional recovery-decreasing gliosis and increasing radial glia and neural
progenitor cells after spinal cord injury. Brain and behavior 4:187-200.

Gomezpinilla F, Tram H, Cotman CW, Nietosampedro M (1989) Neuroprotective Effect of Mk-801
and U-50488h after Contusive Spinal-Cord Injury. Experimental neurology 104:118-124.

Gopalakrishnan SM, Teusch N, Imhof C, Bakker MHM, Schurdak M, Burns DJ, Warrior U (2008)
Role of rho kinase pathway in chondroitin sulfate proteoglycan-mediated inhibition of
neurite outgrowth in PC12 cells. Journal of neuroscience research 86:2214-2226.

GrandPre T, Li SX, Strittmatter SM (2002) Nogo-66 receptor antagonist peptide promotes axonal
regeneration. Nature 417:547-551.

GrandPre T, Nakamura F, Vartanian T, Strittmatter SM (2000) Identification of the Nogo inhibitor
of axon regeneration as a Reticulon protein. Nature 403:439-444.

Green BA, Wagner FC, Jr. (1973) Evolution of edema in the acutely injured spinal cord: a
fluorescence microscopic study. Surgical neurology 1:98-101.

Grierson JP, Petroski RE, Ling DS, Geller HM (1990) Astrocyte topography and tenascin cytotactin
expression: correlation with the ability to support neuritic outgrowth. Brain research
Developmental brain research 55:11-19.

Grill R, Murai K, Blesch A, Gage FH, Tuszynski MH (1997a) Cellular delivery of neurotrophin-3
promotes corticospinal axonal growth and partial functional recovery after spinal cord injury.
The Journal of neuroscience : the official journal of the Society for Neuroscience 17:5560-
5572.

Grill RJ, Blesch A, Tuszynski MH (1997b) Robust growth of chronically injured spinal cord axons
induced by grafts of genetically modified NGF-secreting cells. Experimental neurology
148:444-452.

Gris D, Marsh DR, Oatway MA, Chen YH, Hamilton EF, Dekaban GA, Weaver LC (2004)
Transient blockade of the CD11d/CD18 integrin reduces secondary damage after spinal
cord injury, improving sensory, autonomic, and motor function. Journal of Neuroscience
24:4043-4051.

97



Grous LC, Vernengo J, Jin Y, Himes BT, Shumsky ]S, Fischer I, Lowman A (2013) Implications of
poly(N-isopropylacrylamide)-g-poly(ethylene  glycol) with  codissolved  brain-derived
neurotrophic factor injectable scaffold on motor function recovery rate following cervical
dorsolateral funiculotomy in the rat. ] Neurosurg-Spine 18:641-652.

Guest J, Dietrich WD (2015) Commentary Regarding the Recent Publication by Tabakow et al.,
"Functional Regeneration of Supraspinal Connections in a Patient with Transected Spinal
Cord following Transplantation of Bulbar Olfactory Ensheathing Cells with Peripheral
Nerve Bridging". Journal of neurotrauma.

Guo XD, Zahir T, Mothe A, Shoichet MS, Morshead CM, Katayama Y, Tator CH (2012) The
Effect of Growth Factors and Soluble Nogo-66 Receptor Protein on Transplanted Neural
Stem/Progenitor Survival and Axonal Regeneration After Complete Transection of Rat
Spinal Cord. Cell Transplant 21:1177-1197.

Gutierro I, Hernandez RM, Igartua M, Gascon AR, Pedraz JL (2002) Influence of dose and
immunization route on the serum Ig G antibody response to BSA loaded PLGA
microspheres. Vaccine 20:2181-2190.

Han QQ), Jin W, Xiao ZF, Ni HB, Wang JH, Kong J, Wu J, Liang WB, Chen L, Zhao YN, Chen B,
Dai JW (2010) The promotion of neural regeneration in an extreme rat spinal cord injury
model using a collagen scaffold containing a collagen binding neuroprotective protein and an
EGFR neutralizing antibody. Biomaterials 31:9212-9220.

Hart IK, Richardson WD, Bolsover SR, Raff MC (1989) Pdgf and Intracellular Signaling in the
Timing of Oligodendrocyte Differentiation. Journal of Cell Biology 109:3411-3417.

Hatami M, Mehrjardi NZ, Kiani S, Hemmesi K, Azizi H, Shahverdi A, Baharvand H (2009) Human
embryonic stem cell-derived neural precursor transplants in collagen scaffolds promote
recovery in injured rat spinal cord. Cytotherapy 11:618-630.

Hayashi N, Delatorre ], Green B (1980) Regional Spinal-Cord Blood-Flow and Tissue Oxygen-
Content after Spinal-Cord Trauma. Surgical forum 31:461-463.

Hendricks WA, Pak ES, Owensby JP, Menta KJ, Glazova M, Moretto |, Hollis S, Brewer KL,
Murashov AK (20006) Preditferentiated embryonic stem cells prevent chronic pain behaviors
and restore sensory function following spinal cord injury in mice. Mol Med 12:34-46.

Hernandez J, Torres-Espin A, Navarro X (2011) Adult stem cell transplants for spinal cord injury
repair: current state in preclinical research. Current stem cell research & therapy 6:273-287.

Hilton DA, Jacob ], Househam L, Tengah C (2007) Complications following sural and peroneal
nerve biopsies. Journal of neurology, neurosurgery, and psychiatry 78:1271-1272.

Hofstetter CP, Schwarz EJ, Hess D, Widenfalk J, El Manira A, Prockop D]J, Olson L (2002) Marrow
stromal cells form guiding strands in the injured spinal cord and promote recovery.
Proceedings of the National Academy of Sciences of the United States of America 99:2199-
2204.

Hoke A, Ho T, Crawford TO, LeBel C, Hilt D, Griffin JW (2003) Glial cell line-derived
neurotrophic factor alters axon Schwann cell units and promotes myelination in
unmyelinated nerve fibers. Journal of Neuroscience 23:561-567.

Holtz A, Nystrom B, Gerdin B (1989) Spinal-Cord Blood-Flow Measured by C-14 Iodoantipyrine
Autoradiography during and after Graded Spinal-Cord Compression in Rats. Surgical
neurology 31:350-360.

Houle JD, Reier PJ (1989) Regrowth of Calcitonin Gene-Related Peptide (Cgrp) Immunoreactive
Axons from the Chronically Injured Rat Spinal-Cord into Fetal Spinal-Cord Tissue-
Transplants. Neurosci Lett 103:253-258.

98



Huang YC, Hsu SH, Chen MT, Hsieh CH, Kuo WC, Cheng H, Huang YY (2011) Controlled release
of chondroitinase ABC in chitosan-based scaffolds and PDLLA microspheres. Carbohyd
Polym 84:788-793.

Huebner EA, Kim BG, Duffy PJ, Brown RH, Strittmatter SM (2011) A Multi-domain Fragment of
Nogo-A Protein Is a Potent Inhibitor of Cortical Axon Regeneration via Nogo Receptor 1. |
Biol Chem 286:18026-18036.

Hwang HY, Olson SK, Esko JD, Horvitz HR (2003) Caenorhabditis elegans early embryogenesis
and vulval morphogenesis require chondroitin biosynthesis. Nature 423:439-443.

Hyatt AJT, Wang D, Kwok JC, Fawcett JW, Martin KR (2010) Controlled release of chondroitinase
ABC from fibrin gel reduces the level of inhibitory glycosaminoglycan chains in lesioned
spinal cord. ] Control Release 147:24-29.

Taci JF, Vecchione AM, Zimber MP, Caggiano AO (2007) Chondroitin sulfate proteoglycans in
spinal cord contusion injury and the effects of chondroitinase treatment. ] Neurotraum
24:1743-1759.

Itosaka H, Kuroda S, Shichinohe H, Yasuda H, Yano S, Kamei S, Kawamura R, Hida K, Iwasaki Y
(2009) Fibrin matrix provides a suitable scaffold for bone marrow stromal cells transplanted
into injured spinal cord: A novel material for CNS tissue engineering. Neuropathology
29:248-257.

Jain RA (2000) The manufacturing techniques of various drug loaded biodegradable poly(lactide-co-
glycolide) (PLGA) devices. Biomaterials 21:2475-2490.

Jakeman LB, Wei P, Guan Z, Stokes BT (1998) Brain-derived neurotrophic factor stimulates
hindlimb stepping and sprouting of cholinergic fibers after spinal cord injury. Experimental
neurology 154:170-184.

Jaszai ], Farkas L, Galter D, Reuss B, Strelau J, Unsicker K, Krieglstein K (1998) GDNF-related
factor persephin is widely distributed throughout the nervous system. Journal of
neuroscience research 53:494-501.

Johnson MR, Lee HJ, Bellamkonda RV, Guldberg RE (2009) Sustained release of BMP-2 in a lipid-
based microtube vehicle. Acta biomaterialia 5:23-28.

Johnson PJ, Tatara A, McCreedy DA, Shiu A, Sakiyama-Elbert SE (2010a) Tissue-engineered fibrin
scaffolds containing neural progenitors enhance functional recovery in a subacute model of
SCI. Soft Matter 6:5127-5137.

Johnson PJ, Tatara A, McCreedy DA, Shiu A, Sakiyama-Elbert SE (2010b) Tissue-engineered fibrin
scaffolds containing neural progenitors enhance functional recovery in a subacute model of
SCI. Soft Matter 6:5127-5137.

Johnson PJ, Tatara A, Shiu A, Sakiyama-Elbert SE (2010c) Controlled Release of Neurotrophin-3
and Platelet-Derived Growth Factor From Fibrin Scaffolds Containing Neural Progenitor
Cells Enhances Survival and Differentiation Into Neurons in a Subacute Model of SCI. Cell
Transplant 19:89-101.

Jones LL, Margolis RU, Tuszynski MH (2003) The chondroitin sulfate proteoglycans neurocan,
brevican, phosphacan, and versican are differentially regulated following spinal cord injury.
Experimental neurology 182:399-411.

Jones LL, Tuszynski MH (2001) Chronic intrathecal infusions after spinal cord injury cause scarring
and compression. Microsc Res Techniq 54:317-324.

Kadoya K, Tsukada S, Lu P, Coppola G, Geschwind D, Filbin MT, Blesch A, Tuszynski MH (2009)
Combined intrinsic and extrinsic neuronal mechanisms facilitate bridging axonal
regeneration one year after spinal cord injury. Neuron 64:165-172.

99



Kamei S, Inoue Y, Okada H, Yamada M, Ogawa Y, Toguchi H (1992) New Method for Analysis of
Biodegradable Polyesters by High-Performance Liquid-Chromatography after Alkali
Hydrolysis. Biomaterials 13:953-958.

Kang F, Singh ] (2001) Effect of additives on the release of a model protein from PLGA
microspheres. AAPS PharmSciTech 2:30.

Kanno H, Pressman Y, Moody A, Berg R, Muir EM, Rogers JH, Ozawa H, Itoi E, Pearse DD,
Bunge MB (2014) Combination of Engineered Schwann Cell Grafts to Secrete
Neurotrophin and Chondroitinase Promotes Axonal Regeneration and Locomotion after
Spinal Cord Injury. Journal of Neuroscience 34:1838-1855.

Kantor DB, Chivatakarn O, Peer KL, Oster SF, Inatani M, Hansen M]J, Flanagan ]G, Yamaguchi Y,
Sretavan DW, Giger RJ, Kolodkin AL (2004) Semaphorin 5A is a bifunctional axon guidance
cue regulated by heparan and chondroitin sulfate proteoglycans. Neuron 44:961-975.

Karimi-Abdolrezaee S, Eftekharpour E, Wang J, Morshead CM, Fehlings MG (2006) Delayed
transplantation of adult neural precursor cells promotes remyelination and functional
neurological recovery after spinal cord injury. Journal of Neuroscience 26:3377-3389.

Kawaja MD, Gage FH (1991) Reactive Astrocytes Are Substrates for the Growth of Adult Cns
Axons in the Presence of Elevated Levels of Nerve Growth-Factor. Neuron 7:1019-1030.

Kerr BJ, Bradbury EJ, Bennett DL, Trivedi PM, Dassan P, French |, Shelton DB, McMahon SB,
Thompson SW (1999) Brain-derived neurotrophic factor modulates nociceptive sensory
inputs and NMDA-evoked responses in the rat spinal cord. The Journal of neuroscience :
the official journal of the Society for Neuroscience 19:5138-5148.

Kim H, Tator CH, Shoichet MS (2008a) Design of protein-releasing chitosan channels.
Biotechnology progress 24:932-937.

Kim H, Tator CH, Shoichet MS (2008b) Design of protein-releasing chitosan channels. Biotechnol
Progr 24:932-937.

Kim H, Zahir T, Tator CH, Shoichet MS (2011) Effects of Dibutyryl Cyclic-AMP on Survival and
Neuronal Differentiation of Neural Stem/Progenitor Cells Transplanted into Spinal Cord
Injured Rats. Plos One 6.

Kim M, Park SR, Choi BH (2014) Biomaterial scaffolds used for the regeneration of spinal cord
injury (SCI). Histol Histopathol 29:1395-1408.

Kim MS, Ahn HH, Shin YN, Cho MH, Khang G, Lee HB (2007) An in vivo study of the host tissue
response to subcutaneous implantation of PLGA- and/or porcine small intestinal
submucosa-based scaffolds. Biomaterials 28:5137-5143.

Knudson CB, Knudson W (2001) Cartilage proteoglycans. Semin Cell Dev Biol 12:69-78.

Kobayashi Y, Okada Y, Itakura G, Iwai H, Nishimura S, Yasuda A, Nori S, Hikishima K, Konomi
T, Fujiyoshi K, Tsuji O, Toyama Y, Yamanaka S, Nakamura M, Okano H (2012) Pre-
Evaluated Safe Human iPSC-Derived Neural Stem Cells Promote Functional Recovery after
Spinal Cord Injury in Common Marmoset without Tumorigenicity. Plos One 7.

Kobrine Al, Doyle TF, Martins AN (1975) Local Spinal-Cord Blood-Flow in Experimental
Traumatic Myelopathy. Journal of neurosurgery 42:144-149.

Krabbe C, Zimmer J, Meyer M (2005) Neural transdifferentiation of mesenchymal stem cells - a
critical review. Apmis 113:831-844.

Kruger S, Sievers J, Hansen C, Sadler M, Berry M (1986) 3 Morphologically Distinct Types of
Interface Develop between Adult Host and Fetal Brain Transplants - Implications for Scar
Formation in the Adult Central-Nervous-System. ] Comp Neurol 249:103-116.

Kwok JCF, Dick G, Wang DF, Fawcett JW (2011) Extracellular Matrix and Perineuronal Nets in
CNS Repair. Dev Neurobiol 71:1073-1089.

100



Kwok JCF, Warren P, Fawcett JW (2012) Chondroitin sulfate: A key molecule in the brain matrix.
Int ] Biochem Cell B 44:582-586.

Laabs T, Carulli D, Geller HM, Fawcett JW (2005) Chondroitin sulfate proteoglycans in neural
development and regeneration. Curr Opin Neurobiol 15:116-120.

Lam XM, Duenas ET, Daugherty AL, Levin N, Cleland JL (2000) Sustained release of recombinant
human insulin-like growth factor-I for treatment of diabetes. ] Control Release 67:281-292.

Lang BT, Cregg JM, DePaul MA, Tran AP, Xu K, Dyck SM, Madalena KM, Brown BP, Weng YL,
Li §, Karimi-Abdolrezace S, Busch SA, Shen Y, Silver J (2015) Modulation of the
proteoglycan receptor PTPsigma promotes recovery after spinal cord injury. Nature 518:404-
408.

Lee H, McKeon R], Bellamkonda RV (2009) Sustained delivery of thermostabilized chABC
enhances axonal sprouting and functional recovery after spinal cord injury. PNAS 107:3340-
3345.

Lee JK, Zheng B (2012) Role of myelin-associated inhibitors in axonal repair after spinal cord injury.
Experimental neurology 235:33-42.

Lee YS, Lin CY, Jiang HH, Depaul M, Lin VW, Silver | (2013) Nerve regeneration restores
supraspinal control of bladder function after complete spinal cord injury. The Journal of
neuroscience : the official journal of the Society for Neuroscience 33:10591-10606.

Lemke M, Faden AI (1990) Edema Development and Ion Changes in Rat Spinal Cord After Impact
Trauma: Injury Dose-Response Studies. Journal of neurotrauma 7:41-54.

Lewin MG, Hansebou.Rt, Pappius HM (1974) Chemical Characteristics of Traumatic Spinal-Cord
Edema in Cats - Effect of Steroids on Potassium Depletion. Journal of neurosurgery 40:65-
75.

Li SX, Strittmatter SM (2003) Delayed systemic Nogo-66 receptor antagonist promotes recovery
from spinal cord injury. Journal of Neuroscience 23:4219-4227.

Li XW, Liu XY, Cui L, Brunson C, Zhao W, Bhat NR, Zhang N, Wen X]J (2013) Engineering an in
situ crosslinkable hydrogel for enhanced remyelination. Faseb Journal 27:1127-1136.

Li Y, Field PM, Raisman G (1997) Repair of adult rat corticospinal tract by transplants of olfactory
ensheathing cells. Science 277:2000-2002.

Liebscher T, Schnell L, Schnell D, Scholl ], Schneider R, Gullo M, Fouad K, Mir A, Rausch M,
Kindler D, Hamers FP, Schwab ME (2005a) Nogo-A antibody improves regeneration and
locomotion of spinal cord-injured rats. Annals of neurology 58:706-719.

Liebscher T, Schnell L, Schnell D, Scholl J, Schneider R, Gullo M, Fouad K, Mir A, Rausch M,
Kindler D, Hamers FP, Schwab ME (2005b) Nogo-A antibody improves regeneration and
locomotion of spinal cord-injured rats. Ann Neurol 58:706-719.

Liebscher T, Schnell L, Schnell D, Scholl J, Schneider R, Gullo M, Fouad K, Mir A, Rausch M,
Kindler D, Hamers FPT, Schwab ME (2005¢) Nogo-A antibody improves regeneration and
locomotion of spinal cord-injured rats. Ann Neurol 58:706-719.

Lindholm D, Castren E, Kiefer R, Zafra I, Thoenen H (1992) Transforming Growth Factor-Beta-1
in the Rat-Brain - Increase after Injury and Inhibition of Astrocyte Proliferation. Journal of
Cell Biology 117:395-400.

Liu BP, Fournier A, GrandPre T, Strittmatter SM (2002) Myelin-associated glycoprotein as a
functional ligand for the Nogo-66 receptor. Science 297:1190-1193.

Liu DX, Thangnipon W, Mcadoo DJ (1991) Excitatory Amino-Acids Rise to Toxic Levels Upon
Impact Injury to the Rat Spinal-Cord. Brain research 547:344-348.

Liu K, Lu Y, Lee JK, Samara R, Willenberg R, Sears-Kraxberger I, Tedeschi A, Park KK, Jin D, Cai
B, Xu BG, Connolly L, Steward O, Zheng BH, He ZG (2010) PTEN deletion enhances the
regenerative ability of adult corticospinal neurons. Nat Neurosci 13:1075-U1064.

101



Liu T, Xu JY, Chan BP, Chew SY (2012) Sustained release of neurotrophin-3 and chondroitinase
ABC from electrospun collagen nanofiber scaffold for spinal cord injury repair. ] Biomed
Mater Res A 100A:236-242.

Liu Y, Kim D, Himes BT, Chow SY, Schallert T, Murray M, Tessler A, Fischer I (1999) Transplants
of fibroblasts genetically modified to express BDNF promote regeneration of adult rat
rubrospinal axons and recovery of forelimb function. The Journal of neuroscience : the
official journal of the Society for Neuroscience 19:4370-4387.

Logan A, Frautschy SA, Gonzalez AM, Sporn MB, Baird A (1992) Enhanced Expression of
Transforming Growth-Factor Beta-1 in the Rat-Brain after a Localized Cerebral Injury.
Brain research 587:216-225.

London A, Itskovich E, Benhar I, Kalchenko V, Mack M, Jung S, Schwartz M (2011)
Neuroprotection and progenitor cell renewal in the injured adult murine retina requires
healing monocyte-derived macrophages. The Journal of experimental medicine 208:23-39.

Lu J, Feron F, Ho SH, Mackay-Sim A, Waite PME (2001) Transplantation of nasal olfactory tissue
promotes partial recovery in paraplegic adult rats. Brain research 889:344-357.

Lu J, Feron F, Mackay-Sim A, Waite PME (2002) Olfactory ensheathing cells promote locomotor
recovery after delayed transplantation into transected spinal cord. Brain 125:14-21.

Lu P, Blesch A, Graham I, Wang Y, Samara R, Banos K, Haringer V, Havton L, Weishaupt N,
Bennett D, Fouad K, Tuszynski MH (2012) Motor axonal regeneration after partial and
complete spinal cord transection. The Journal of neuroscience : the official journal of the
Society for Neuroscience 32:8208-8218.

Lu P, Jones LL, Tuszynski MH (2005) BDNF-expressing marrow stromal cells support extensive
axonal growth at sites of spinal cord injury. Experimental neurology 191:344-360.

Luo Y, Shoichet MS (2004) A photolabile hydrogel for guided three-dimensional cell growth and
migration. Nat Mater 3:249-253.

Ma TC, Barco A, Ratan RR, Willis DE (2014) cAMP-responsive Element-binding Protein (CREB)
and cAMP Co-regulate Activator Protein 1 (AP1)-dependent Regeneration-associated Gene
Expression and Neurite Growth. | Biol Chem 289.

Maier IC, Ichiyama RM, Courtine G, Schnell L, Lavrov I, Edgerton VR, Schwab ME (2009)
Differential effects of anti-Nogo-A antibody treatment and treadmill training in rats with
incomplete spinal cord injury. Brain 132:1426-1440.

Mar FM, da Silva TF, Morgado MM, Rodrigues LG, Rodrigues D, Pereira MI, Marques A, Sousa
VE, Coentro J, Sa-Miranda C, Sousa MM, Brites P (2015) Myelin Lipids Inhibit Axon
Regeneration Following Spinal Cord Injury: a Novel Perspective for Therapy. Molecular
neurobiology.

Maxwell WL, Follows R, Ashhurst DE, Berry M (1990) The Response of the Cerebral Hemisphere
of the Rat to Injury .1. The Mature Rat. Philos T Roy Soc B 328:479-&.

McCreedy DA, Rieger CR, Gottlieb DI, Sakiyama-Elbert SE (2012) Transgenic enrichment of
mouse embryonic stem cell-derived progenitor motor neurons. Stem Cell Res 8:368-378.

McCreedy DA, Wilems TS, Xu H, Butts JC, Brown CR, Smith AW, Sakiyama-Elbert SE (2014)
Survival, differentiation, and migration of high-purity mouse embryonic stem cell-derived
progenitor motor neurons in fibrin scaffolds after sub-acute spinal cord injury. Biomaterials
science 2:1672-1682.

McDonald JW, Liu XZ, Qu Y, Liu S, Mickey SK, Turetsky D, Gottlieb DI, Choi DW (1999)
Transplanted embryonic stem cells survive, differentiate and promote recovery in injured rat
spinal cord. Nat Med 5:1410-1412.

McGee AW, Strittmatter SM (2003) The Nogo-66 receptor: focusing myelin inhibition of axon
regeneration. Trends Neurosci 26:193-198.

102



Means ED, Anderson DK (1983) Neuronophagia by Leukocytes in Experimental Spinal-Cord
Injury. ] Neuropath Exp Neur 42:707-719.

Meilander NJ, Yu X (2001) Lipid-based microtubular drug delivery vehicles. Journal of Controlled
Release 71:141-152.

Meilander NJ, Yu X]J, Ziats NP, Bellamkonda RV (2001) Lipid-based microtubular drug delivery
vehicles. ] Control Release 71:141-152.

Menei P, Montero-Menei C, Whittemore SR, Bunge RP, Bunge MB (1998) Schwann cells genetically
modified to secrete human BDNF promote enhanced axonal regrowth across transected
adult rat spinal cord. The European journal of neuroscience 10:607-621.

Merkler D, Metz GAS, Raineteau O, Dietz V, Schwab ME, Fouad K (2001) Locomotor recovery in
spinal cord-injured rats treated with an antibody neutralizing the myelin-associated neurite
growth inhibitor Nogo-a. Journal of Neuroscience 21:3665-3673.

Mitsui T, Fischer I, Shurnsky JS, Murray M (2005a) Transplants of fibroblasts expressing BDNF and
NT-3 promote recovery of bladder and hindlimb function following spinal contusion injury
in rats. Experimental neurology 194:410-431.

Mitsui T, Shumsky JS, Lepore AC, Murray M, Fischer I (2005b) Transplantation of neuronal and
glial restricted precursors into contused spinal cord improves bladder and motor functions,
decreases thermal hypersensitivity, and modifies intraspinal circuitry. Journal of
Neuroscience 25:9624-96306.

Mondello SE, Jefferson SC, Tester NJ, Howland DR (2015) Impact of treatment duration and lesion
size on effectiveness of chondroitinase treatment post-SCI. Experimental neurology.

Moon JH, Heo JS, Kim |S, Jun EK, Lee JH, Kim A, Kim J, Whang KY, Kang YK, Yeo S, Lim H]J,
Han DW, Kim DW, Oh S, Yoon BS, Scholer HR, You S (2011) Reprogramming fibroblasts
into induced pluripotent stem cells with Bmil. Cell Res 21:1305-1315.

Moon LDF, Asher RA, Rhodes KE, Fawcett JW (2001) Regeneration of CNS axons back to their
target following treatment of adult rat brain with chondroitinase ABC. Nat Neurosci 4:465-
466.

Mothe AJ, Tator CH (2012) Advances in stem cell therapy for spinal cord injury. The Journal of
clinical investigation 122:3824-3834.

Nakamae T, Tanaka N, Nakanishi K, Kamei N, Sasaki H, Hamasaki T, Yamada K, Yamamoto R,
Izumi B, Ochi M (2010) The effects of combining chondroitinase ABC and NEP1-40 on the
corticospinal axon growth in organotypic co-cultures. Neurosci Lett 476:14-17.

Nathan CF, Murray HW, Cohn ZA (1980) Current Concepts - the Macrophage as an Effector Cell.
New Engl ] Med 303:622-626.

Neuhuber B, Barshinger AL, Paul C, Shumsky JS, Mitsui T, Fischer I (2008) Stem cell delivery by
lumbar puncture as a therapeutic alternative to direct injection into injured spinal cord. ]
Neurosurg-Spine 9:390-399.

Neuhuber B, Timothy Himes B, Shumsky JS, Gallo G, Fischer I (2005) Axon growth and recovery
of function supported by human bone marrow stromal cells in the injured spinal cord
exhibit donor variations. Brain research 1035:73-85.

Nishio Y, Koda M, Kitajo K, Seto M, Hata K, Taniguchi ], Moriya H, Fujitani M, Kubo T,
Yamashita T (2006) Delayed treatment with Rho-kinase inhibitor does not enhance axonal
regeneration or functional recovery after spinal cord injury in rats. Experimental neurology
200:392-397.

Noble L], Wrathall JR (1989) Correlative Analyses of Lesion Development and Functional Status
after Graded Spinal-Cord Contusive Injuries in the Rat. Experimental neurology 103:34-40.

Noble M, Juin FS, Cohen ] (1984) Glia Are a Unique Substrate for the Invitro Growth of Central
Nervous-System Neurons. Journal of Neuroscience 4:1892-1903.

103



Nomura H, Baladie B, Katayama Y, Morshead CM, Shoichet MS, Tator CH (2008a) Delayed
implantation of intramedullary chitosan channels containing nerve grafts promotes extensive
axonal regeneration after spinal cord injury. Neurosurgery 63:127-141.

Nomura H, Zahir T, Kim H, Kulbatski I, Morshead C, Iwamoto Y, Shoichet M, Tator C (2008b)
Extramedullary chitosan channels promote survival of transplanted neural stem/progenitor
cells and create a tissue bridge after complete spinal cord transection. Journal of
neurotrauma 25:899-899.

Nori S, Okada Y, Yasuda A, Tsuji O, Takahashi Y, Kobayashi Y, Fujiyoshi K, Koike M, Uchiyama
Y, Ikeda E, Toyama Y, Yamanaka S, Nakamura M, Okano H (2011) Grafted human-induced
pluripotent stem-cell-derived neurospheres promote motor functional recovery after spinal
cord injury in mice. Proceedings of the National Academy of Sciences of the United States
of America 108:16825-16830.

Norton WT, Poduslo SE (1973) Myelination in rat brain: method of myelin isolation. ] Neurochem
21:749-757.

NSCIS (2012) Spinal cord injury facts and figures at a glance. Journal of Spinal Cord Medicine
35:480-481.

O'Carroll §J, Alkadhi M, Nicholson LF, Green CR (2008) Connexin 43 mimetic peptides reduce
swelling, astrogliosis, and neuronal cell death after spinal cord injury. Cell communication &
adhesion 15:27-42.

Ogawa Y, Sawamoto K, Miyata T, Miyao S, Watanabe M, Nakamura M, Bregman BS, Koike M,
Uchiyama Y, Toyama Y, Okano H (2002) Transplantation of in vitro-expanded fetal neural
progenitor cells results in neurogenesis and functional recovery after spinal cord contusion
injury in adult rats. Journal of neuroscience research 69:925-933.

Oh TH, Markelonis GJ, Von Visger JR, Baik B, Shipley MT (1995) Acidic pH rapidly increases
immunoreactivity of glial fibrillary acidic protein in cultured astrocytes. Glia 13:319-322.

Okada H, Toguchi H (1995) Biodegradable Microspheres in Drug-Delivery. Crit Rev Ther Drug
12:1-99.

Okano H (2002) Stem cell biology of the central nervous system. Journal of neuroscience research
69:698-707.

Okano H, Ogawa Y, Nakamura M, Kaneko S, Iwanami A, Toyama Y (2003) Transplantation of
neural stem cells into the spinal cord after injury. Semin Cell Dev Biol 14:191-198.

Pakulska MM, Vulic K, Shoichet MS (2013) Affinity-based release of chondroitinase ABC from a
modified methylcellulose hydrogel. ] Control Release 171:11-16.

Panter SS, Yum SW, Faden AI (1990) Alteration in Extracellular Amino-Acids after Traumatic
Spinal-Cord Injury. Ann Neurol 27:96-99.

Parr AM, Kulbatski I, Zahir T, Wang X, Yue C, Keating A, Tator CH (2008) Transplanted adult
spinal cord-derived neural stem/progenitor cells promote eatly functional recovery after rat
spinal cord injury. Neuroscience 155:760-770.

Patel V, Joseph G, Patel A, Patel S, Bustin D, Mawson D, Tuesta LM, Puentes R, Ghosh M, Pearse
DD (2010) Suspension Matrices for Improved Schwann-Cell Survival after Implantation into
the Injured Rat Spinal Cord. Journal of neurotrauma 27:789-801.

Pean JM, Venier-Julienne MC, Boury I, Menei P, Denizot B, Benoit JP (1998) NGF release from
poly(D,L-lactide-co-glycolide) microspheres. Effect of some formulation parameters on
encapsulated NGF stability. ] Control Release 56:175-187.

Pekny M, Wilhelmsson U, Pekna M (2014) The dual role of astrocyte activation and reactive gliosis.
Neurosci Lett 565:30-38.

104



Phinney DG, Prockop DJ (2007) Concise review: Mesenchymal stem/multipotent stromal cells: The
state of transdifferentiation and modes of tissue repair - Current views. Stem Cells 25:2896-
2902.

Pineau I, Lacroix S (2007) Proinflammatory cytokine synthesis in the injured mouse spinal cord:
Multiphasic expression pattern and identification of the cell types involved. ] Comp Neurol
500:267-285.

Pizzorusso T, Medini P, Berardi N, Chierzi S, Fawcett JW, Maffei L. (2002) Reactivation of ocular
dominance plasticity in the adult visual cortex. Science 298:1248-1251.

Quitschke WW, Lin ZY, Depontizilli L, Paterson BM (1989) The Beta-Actin Promoter - High-
Levels of Transcription Depend Upon a Ccaat Binding-Factor. ] Biol Chem 264:9539-9546.

Raff MC, Lillien LE, Richardson WD, Burne JF, Noble MD (1988) Platelet-Derived Growth-Factor
from Astrocytes Drives the Clock That Times Oligodendrocyte Development in Culture.
Nature 333:562-565.

Raff MC, Miller RH, Noble M (1983) A Glial Progenitor-Cell That Develops Invitro into an
Astrocyte or an Oligodendrocyte Depending on Culture-Medium. Nature 303:390-396.

Ramer MS, Bradbury EJ, Michael GJ, Lever IJ, McMahon SB (2003) Glial cell line-derived
neurotrophic factor increases calcitonin gene-related peptide immunoreactivity in sensory
and motoneurons in vivo. European Journal of Neuroscience 18:2713-2721.

Ramon-Cueto A, Cordero MI, Santos-Benito FF, Avila J (2000) Functional recovery of paraplegic
rats and motor axon regeneration in their spinal cords by olfactory ensheathing glia. Neuron
25:425-435.

Ramon y Cajal S (1928) Degeneration & Regeneration of the Nervous System, Vol. 2.

Ramoncueto A, Nietosampedro M (1994) Regeneration into the Spinal-Cord of Transected Dorsal-
Root Axons Is Promoted by Ensheathing Glia Transplants. Experimental neurology
127:232-244.

Rasmussen H (1986) The Calcium Messenger System .1. New Engl | Med 314:1094-1101.

Reier PJ, Anderson DK, Thompson FJ, Stokes BT (1992) Neural Tissue-Transplantation and Cns
Trauma - Anatomical and Functional Repair of the Injured Spinal-Cord. Journal of
neurotrauma 9:5223-8248.

Rhodes DG, Blechner SL, Yager P, Schoen PE (1988) Structure of polymerizable lipid bilayers. I--
1,2-bis(10,12-tricosadiynoyl)-sn-glycero-3-phosphocholine, a tubule-forming
phosphatidylcholine. Chemistry and physics of lipids 49:39-47.

Richardson PM, McGuinness UM, Aguayo AJ (1980) Axons from CNS neurons regenerate into
PNS grafts. Nature 284:264-265.

Rivlin AS, Tator CH (1978) Regional Spinal-Cord Blood-Flow in Rats after Severe Cord Trauma.
Journal of neurosurgery 49:844-853.

Rolls A, Avidan H, Cahalon L, Schori H, Bakalash S, Litvak V, Lev S, Lider O, Schwartz M (2004) A
disaccharide derived from chondroitin sulphate proteoglycan promotes central nervous
system repair in rats and mice. The European journal of neuroscience 20:1973-1983.

Rossi F, Veglianese P, Santoro M, Papa S, Rogora C, Dell'Oro V, Forloni G, Masi M, Perale G
(2012) Sustained Delivery of Chondroitinase ABC from Hydrogel System. Journal of
functional biomaterials 3:199-208.

Rossi SL, Nistor G, Wyatt T, Yin HZ, Poole AJ, Weiss JH, Gardener MJ, Dijkstra S, Fischer DF,
Keirstead HS (2010) Histological and functional benefit following transplantation of motor
neuron progenitors to the injured rat spinal cord. Plos One 5:¢11852.

Rudge JS, Silver J (1990) Inhibition of Neurite Outgrowth on Astroglial Scars Invitro. Journal of
Neuroscience 10:3594-3603.

105



Ruff CA, Wilcox JT, Fehlings MG (2012) Cell-based transplantation strategies to promote plasticity
following spinal cord injury. Experimental neurology 235:78-90.

Saadoun S, Bell BA, Verkman AS, Papadopoulos MC (2008) Greatly improved neurological
outcome after spinal cord compression injury in AQP4-deficient mice. Brain : a journal of
neurology 131:1087-1098.

Sahni V, Kessler JA (2010) Stem cell therapies for spinal cord injury. Nature reviews Neurology
6:363-372.

Sakiyama-Elbert SE, Hubbell JA (2000a) Controlled release of nerve growth factor from a heparin-
containing fibrin-based cell ingrowth matrix. | Control Release 69:149-158.

Sakiyama-Elbert SE, Hubbell JA (2000b) Development of fibrin derivatives for controlled release of
heparin-binding growth factors. ] Control Release 65:389-402.

Sanchez-Ramos |, Song S, Cardozo-Pelaez F, Hazzi C, Stedeford T, Willing A, Freeman TB, Saporta
S, Janssen W, Patel N, Cooper DR, Sanberg PR (2000) Adult bone marrow stromal cells
differentiate into neural cells in vitro. Experimental neurology 164:247-256.

Savio T, Schwab ME (1989) Rat Cns White Matter, but Not Gray-Matter, Is Nonpermissive for
Neuronal Cell-Adhesion and Fiber Outgrowth. Journal of Neuroscience 9:1126-1133.

Schaal SM, Kitay BM, Cho KS, Lo TP, Barakat D], Marcillo AE, Sanchez AR, Andrade CM, Pearse
DD (2007) Schwann cell transplantation improves reticulospinal axon growth and forelimb
strength after severe cervical spinal cord contusion. Cell Transplant 16:207-228.

Schnaar RL (2010) Brain gangliosides in axon-myelin stability and axon regeneration. FEBS letters
584:1741-1747.

Schnell L, Schneider R, Kolbeck R, Barde YA, Schwab ME (1994a) Neurotrophin-3 Enhances
Sprouting of Corticospinal Tract during Development and after Adult Spinal-Cord Lesion.
Nature 367:170-173.

Schnell L, Schneider R, Kolbeck R, Barde YA, Schwab ME (1994b) Neurotrophin-3 enhances
sprouting of corticospinal tract during development and after adult spinal cord lesion.
Nature 367:170-173.

Schwab ME (2010) Functions of Nogo proteins and their receptors in the nervous system. Nat Rev
Neurosci 11:799-811.

Schwab ME, Bartholdi D (1996) Degeneration and regeneration of axons in the lesioned spinal cord.
Physiol Rev 76:319-370.

Seiler-Tuyns A, Eldridge JD, Paterson BM (1984) Expression and regulation of chicken actin genes
introduced into mouse myogenic and nonmyogenic cells. Proceedings of the National
Academy of Sciences of the United States of America 81:2980-2984.

Sharma K, Selzer ME, Ii S (2012) Scar-mediated inhibition and CSPG receptors in the CNS.
Experimental neurology 237:370-378.

Sharp KG, Yee KM, Steward O (2014) A re-assessment of long distance growth and connectivity of
neural stem cells after severe spinal cord injury. Experimental neurology 257:186-204.
Shechter R, London A, Varol C, Raposo C, Cusimano M, Yovel G, Rolls A, Mack M, Pluchino S,
Martino G, Jung S, Schwartz M (2009) Infiltrating blood-derived macrophages are vital cells
playing an anti-inflammatory role in recovery from spinal cord injury in mice. PLoS medicine

6:¢1000113.

Shen Y], Tenney AP, Busch SA, Horn KP, Cuascut FX, Liu K, He ZG, Silver J, Flanagan JG (2009)
PTP sigma Is a Receptor for Chondroitin Sulfate Proteoglycan, an Inhibitor of Neural
Regeneration. Science 326:592-596.

Sitko S, von Holst A, Wizenmann A, Gotz M, Faissner A (2007) Chondroitin sulfate
glycosaminoglycans control proliferation, radial glia cell differentiation and neurogenesis in
neural stem/progenitor cells. Development 134:2727-2738.

106



Smith GM, Miller RH, Silver J (1986) Changing-Role of Forebrain Astrocytes during Development,
Regenerative Failure, and Induced Regeneration Upon Transplantation. ] Comp Neurol
251:23-43.

Song S§J, Song S§J, Zhang HL, Cuevas |, Sanchez-Ramos ] (2007) Comparison of neuron-like cells
derived from bone marrow stem cells to those differentiated from adult brain neural stem
cells. Stem Cells Dev 16:747-756.

Spargo BJ, Cliff RO, Rollwagen FM, Rudolph AS (1995) Controlled-Release of Transforming
Growth-Factor-Beta from Lipid-Based Microcylinders. Journal of microencapsulation
12:247-254.

Steward O, Sharp K, Selvan G, Hadden A, Hofstadter M, Au E, Roskams | (2006) A re-assessment
of the consequences of delayed transplantation of olfactory lamina propria following
complete spinal cord transection in rats. Experimental neurology 198:483-499.

Steward O, Sharp KG, Yee KM, Hatch MN, Bonner JF (2014) Characterization of Ectopic Colonies
That Form in Widespread Areas of the Nervous System with Neural Stem Cell Transplants
into the Site of a Severe Spinal Cord Injury. Journal of Neuroscience 34:14013-14021.

Stirling DP, Yong VW (2008) Dynamics of the inflaimmatory response after murine spinal cord
injury revealed by flow cytometry. Journal of neuroscience research 86:1944-1958.

Stokes BT, Garwood M, Walters P (1981) Oxygen Fields in Specific Spinal Loci of the Canine
Spinal-Cord. American Journal of Physiology 240:H761-H766.

Stokols S, Tuszynski MH (20006) Freeze-dried agarose scaffolds with uniaxial channels stimulate and
guide linear axonal growth following spinal cord injury. Biomaterials 27:443-451.

Storer PD, Dolbeare D, Houle JD (2003) Treatment of chronically injured spinal cord with
neurotrophic factors stimulates betall-tubulin and GAP-43 expression in rubrospinal tract
neurons. Journal of neuroscience research 74:502-511.

Straley KS, Foo CWP, Heilshorn SC (2010) Biomaterial Design Strategies for the Treatment of
Spinal Cord Injuries. Journal of neurotrauma 27:1-19.

Sun FY, Faden AI (1994) High-Affinity and Low-Affinity Nmda Receptor-Binding Sites in Rat
Spinal-Cord - Effects of Traumatic Injury. Brain research 666:88-92.

Sung HJ, Meredith C, Johnson C, Galis ZS (2004) The effect of scaffold degradation rate on three-
dimensional cell growth and angiogenesis. Biomaterials 25:5735-5742.

Tabakow P, Raisman G, Fortuna W, Czyz M, Huber ], Li DQ, Szewczyk P, Okurowski §,
Miedzybrodzki R, Czapiga B, Salomon B, Halon A, Li Y, Lipiec J, Kulczyk A, Jarmundowicz
W (2014) Functional Regeneration of Supraspinal Connections in a Patient With Transected
Spinal Cord Following Transplantation of Bulbar Olfactory Ensheathing Cells With
Peripheral Nerve Bridging. Cell Transplant 23:1631-1655.

Takai C, Hotta T, Shiozaki S, Matsumoto S, Fukui T (2011) Effect of Inorganic Salt on Formation
of Porous PLGA Microspheres. Chem Lett 40:638-639.

Takami T, Oudega M, Bates ML, Wood PM, Kleitman N, Bunge MB (2002) Schwann cell but not
olfactory ensheathing glia transplants improve hindlimb locomotor performance in the
moderately contused adult rat thoracic spinal cord. Journal of Neuroscience 22:6670-6681.

Tan CL, Kwok JCF, Patani R, Ffrench-Constant C, Chandran S, Fawcett JW (2011) Integrin
Activation Promotes Axon Growth on Inhibitory Chondroitin Sulfate Proteoglycans by
Enhancing Integrin Signaling. Journal of Neuroscience 31:6289-6295.

Taoka Y, Okajima K (2000) Role of leukocytes in spinal cord injury in rats. Journal of neurotrauma
17:219-229.

Tator CH, Koyanagi I (1997) Vascular mechanisms in the pathophysiology of human spinal cord
injury. Journal of neurosurgery 86:483-492.

107



Taupin V, Toulmond S, Serrano A, Benavides |, Zavala F (1993) Increase in 11-6, II-1 and Tnf Levels
in Rat-Brain Following Traumatic Lesion - Influence of Pre-Traumatic and Posttraumatic
Treatment with Ro5 4864, a Peripheral-Type (P-Site) Benzodiazepine Ligand. ]
Neuroimmunol 42:177-185.

Taylor L, Jones L, Tuszynski MH, Blesch A (2006a) Neurotrophin-3 gradients established by
lentiviral gene delivery promote short-distance axonal bridging beyond cellular grafts in the
injured spinal cord. The Journal of neuroscience : the official journal of the Society for
Neuroscience 26:9713-9721.

Taylor SJ, Rosenzweig ES, McDonald JW, 3rd, Sakiyama-Elbert SE (2006b) Delivery of
neurotrophin-3 from fibrin enhances neuronal fiber sprouting after spinal cord injury. |
Control Release 113:226-235.

Taylor §J, Rosenzweig ES, McDonald JW, Sakiyama-Elbert SE (2006¢c) Delivery of neurotrophin-3
from fibrin enhances neuronal fiber sprouting after spinal cord injury. J] Control Release
113:226-235.

Tchelingerian JL, Quinonero J, Booss J, Jacque C (1993) Localization of Tnf-Alpha and Il-1-Alpha
Immunoreactivities in Striatal Neurons after Surgical Injury to the Hippocampus. Neuron
10:213-224.

Tetzlaff W, Okon EB, Karimi-Abdolrezaee S, Hill CE, Sparling JS, Plemel JR, Plunet WT, Tsai EC,
Baptiste D, Smithson L], Kawaja MD, Fehlings MG, Kwon BK (2011) A systematic review
of cellular transplantation therapies for spinal cord injury. Journal of neurotrauma 28:1611-
1682.

Tobias CA, Han SSW, Shumsky ]S, Kim D, Tumolo M, Dhoot NO, Wheatley MA, Fischer 1,
Tessler A, Murray M (2005) Alginate encapsulated BDNF-producing fibroblast grafts permit
recovery of function after spinal cord injury in the absence of immune suppression. Journal
of neurotrauma 22:138-156.

Toma ]S, Shettar BC, Chipman PH, Pinto DM, Borowska JP, Ichida JK, Fawcett JP, Zhang Y,
Eggan K, Rafuse VI (2015) Motoneurons Derived from Induced Pluripotent Stem Cells
Develop Mature Phenotypes Typical of Endogenous Spinal Motoneurons. Journal of
Neuroscience 35:1291-1300.

Travlos A, Anton HA, Wing PC (1994) Cerebrospinal-Fluid Cell Count Following Spinal-Cord
Injury. Arch Phys Med Rehab 75:293-296.

Tuszynski MH, Peterson DA, Ray J, Baird A, Nakahara Y, Gage FH (1994) Fibroblasts Genetically-
Modified to Produce Nerve Growth-Factor Induce Robust Neuritic Ingrowth after Grafting
to the Spinal-Cord. Experimental neurology 126:1-14.

Vadivelu S, Stewart T], Qu Y, Horn K, Liu S, Li Q, Silver J, McDonald JW (2015) NG2+
Progenitors Derived From Embryonic Stem Cells Penetrate Glial Scar and Promote Axonal
Outgrowth Into White Matter After Spinal Cord Injury. Stem cells translational medicine.

van den Brand R, Heutschi J, Barraud Q, DiGiovanna J, Bartholdi K, Huerlimann M, Friedli L,
Vollenweider I, Moraud EM, Duis S, Dominici N, Micera S, Musienko P, Courtine G (2012)
Restoring Voluntary Control of Locomotion after Paralyzing Spinal Cord Injury. Science
336:1182-1185.

Venkatesh K, Chivatakarn O, Lee H, Joshi PS, Kantor DB, Newman BA, Mage R, Rader C, Giger
RJ (2005) The Nogo-66 receptor homolog NgR2 is a sialic acid-dependent receptor selective
for myelin-associated glycoprotein. Journal of Neuroscience 25:808-822.

Wakefield CL, Eidelberg E (1975) Electron-Microscopic Observations of Delayed Effects of Spinal-
Cord Compression. Experimental neurology 48:637-640.

108



Walker CL, Walker MJ, Liu NK, Risberg EC, Gao X, Chen JH, Xu XM (2012) Systemic
Bisperoxovanadium Activates Akt/mTOR, Reduces Autophagy, and Enhances Recovery
following Cervical Spinal Cord Injury. Plos One 7:315-326.

Wang DF, Ichiyama RM, Zhao RR, Andrews MR, Fawcett JW (2011) Chondroitinase Combined
with Rehabilitation Promotes Recovery of Forelimb Function in Rats with Chronic Spinal
Cord Injury. Journal of Neuroscience 31:9332-9344.

Wang H, Katagiri Y, McCann TE, Unsworth E, Goldsmith P, Yu ZX, Tan F, Santiago L, Mills EM,
Wang Y, Symes AJ, Geller HM (2008) Chondroitin-4-sulfation negatively regulates axonal
guidance and growth. J Cell Sci 121:3083-3091.

Wang KC, Koprivica V, Kim JA, Sivasankaran R, Guo Y, Neve RL, He ZG (2002a)
Oligodendrocyte-myelin glycoprotein is a Nogo receptor ligand that inhibits neurite
outgrowth. Nature 417:941-944.

Wang XX, Chun §J, Treloar H, Vartanian T, Greer CA, Strittmatter SM (2002b) Localization of
Nogo-A and Nogo-66 receptor proteins at sites of axon-myelin and synaptic contact. Journal
of Neuroscience 22:5505-5515.

Willerth SM, Arendas KJ, Gottlieb DI, Sakiyama-Elbert SE (2006) Optimization of fibrin scaffolds
for differentiation of murine embryonic stem cells into neural lineage cells. Biomaterials
27:5990-6003.

Willerth SM, Faxel TE, Gottlieb DI, Sakiyama-Elbert SE (2007) The effects of soluble growth
factors on embryonic stem cell differentiation inside of fibrin scaffolds. Stem Cells 25:2235-
2244,

Woodroofe MN, Sarna GS, Wadhwa M, Hayes GM, Loughlin AJ, Tinker A, Cuzner ML (1991)
Detection of Interleukin-1 and Interleukin-6 in Adult-Rat Brain, Following Mechanical
Injury, by Invivo Microdialysis - Evidence of a Role for Microglia in Cytokine Production. ]
Neuroimmunol 33:227-236.

Wu B, Sun L, Li PJ, Tian M, Luo YZ, Ren X]J (2012) Transplantation of oligodendrocyte precursor
cells improves myelination and promotes functional recovery after spinal cord injury. Injury
43:794-801.

Xu J, Hsu CY, Liu TH, Hogan EL, Perot PL, Tai HH (1990) Leukotriene-B4 Release and
Polymorphonuclear Cell Infiltration in Spinal-Cord Injury. ] Neurochem 55:907-912.

Yager P, Schoen PE (1984) Formation of tubules by a polymerizable surfactant. Molecular Crystals
and Liquid Crystals 106:371-381.

Yamagata T, Saito H, Habuchi O, Suzuki S (1968) Purification and properties of bacterial
chondroitinases and chondrosulfatases. ] Biol Chem 243:1523-1535.

Yang YY, Chia HH, Chung TS (20002) Effect of preparation temperature on the characteristics and
release profiles of PLGA microspheres containing protein fabricated by double-emulsion
solvent extraction/evaporation method. Journal of controlled release : official journal of the
Controlled Release Society 69:81-96.

Yang YY, Chia HH, Chung TS (2000b) Effect of preparation temperature on the characteristics and
release profiles of PLGA microspheres containing protein fabricated by double-emulsion
solvent extraction/evaporation method. ] Control Release 69:81-96.

Ye JH, Houle JD (1997) Treatment of the chronically injured spinal cord with neurotrophic factors
can promote axonal regeneration from supraspinal neurons. Experimental neurology 143:70-
81.

Yoshii S, Oka M, Shima M, Taniguchi A, Taki Y, Akagi M (2004) Restoration of function after
spinal cord transection using a collagen bridge. ] Biomed Mater Res A 70A:569-575.

109



Zhang LQ), Ma ZW, Smith GM, Wen XJ, Pressman Y, Wood PM, Xu XM (2009) GDNF-Enhanced
Axonal Regeneration and Myelination Following Spinal Cord Injury is Mediated by Primary
Effects on Neurons. Glia 57:1178-1191.

Zhao RR, Andrews MR, Wang D, Warren P, Gullo M, Schnell L, Schwab ME, Fawcett JW (2013)
Combination treatment with anti-Nogo-A and chondroitinase ABC is more effective than
single treatments at enhancing functional recovery after spinal cord injury. The European
journal of neuroscience 38:2946-2961.

Zhou FQ, Walzer M, Wu YH, Zhou |, Dedhar S, Snider WD (2006) Neurotrophins support
regenerative axon assembly over CSPGs by an ECM-integrin-independent mechanism. J Cell
Sci 119:2787-2796.

Zimmermann U, Thurmer F, Jork A, Weber M, Mimietz S, Hillgartner M, Brunnenmeier F,
Zimmermann H, Westphal I, Fuhr G, Noth U, Haase A, Steinert A, Hendrich C (2001) A
novel class of amitogenic alginate microcapsules for long-term immunoisolated
transplantation. Bioartificial Organs Iii: Tissue Sourcing, Immunoisolation, and Clinical
Trials 944:199-215.

Zukor K, Belin S, Wang C, Keelan N, Wang X, He Z (2013) Short hairpin RNA against PTEN
enhances regenerative growth of corticospinal tract axons after spinal cord injury. The
Journal of neuroscience : the official journal of the Society for Neuroscience 33:15350-
15361.

Zuo J, Neubauer D, Dyess K, Ferguson TA, Muir D (1998) Degradation of chondroitin sulfate
proteoglycan enhances the neurite-promoting potential of spinal cord tissue. Experimental
neurology 154:654-662.

110



Vita

Thomas Stephen Wilems

EDUCATION

Washington University in St. Louis, Saint Louis, Mo

Ph.D., Biomedical Engineering August 2015

Texas A&M University, College Station, Tx

B.S., Biomedical Engineering / Tissue-Engineering Tract May 2010
RESEARCH EXPERIENCE
Washington University in St. Louis, Biomedical Engineering 2010 - 2015

Doctoral Research Student, Mentor: Prof. Shelly Sakiyama-Elbert, Ph.D.
Thesis: The Development of Drug Delivery Systems for use in Spinal Cord Injury

e Developed and modified synthetic and natural biomaterials for controlled temporal delivery
of anti-inhibitory drugs, neurotrophic growth factors, and stem cell derived neural
progenitors for use in a rat thoracic spinal cord injury model.

Texas A&M University, Biomedical Engineering 2007 - 2010

Undergraduate Research Assistant, Mentor: Prof. Elizabeth Cosgriff-Hernandez, Ph.D.

e Synthesis of novel block copolymers. Development of biodegradable polyurethane scaffolds
to aid in ligament repair. Main focus was establishing synthesis protocols and optimizing the
synthesis route of the scaffolds.

e Synthesis of novel poly(ethylene glycol) bioactive hydrogels based on designer collagens.
Main focus was to synthesize a library of bioactive hydrogels to later be used to identify a set
of vascular graft formulations.

111



AWARDS/ORGANIZATIONS

e National Science Foundation Graduate Research Fellow 2011-2014

e BALSA Consulting Group — Consultant 2014

e Graduate Student Advisory Board Representative 2014

e ISNR Student Travel Award Winner 2013

e DPoster Award Winner at Texas A&M University’s Biomaterials Day 2010

e (NSF) Louis Stokes Alliance for Minority Participation Grant Recipient 2008, 2009

e Undergraduate Research Scholarship Recipient 2009

e (NSF) USRG Scholarship Recipient 2008

¢ Biomedical Engineering Honor Society (Alpha Eta Mu Beta) Member 2009-2010

PUBLICATIONS IN PRINT

1. McCreedy D, Wilems T, Xu H, Butts |, Brown C, Smith A, Sakiyama-Elbert SE. "Sutvival,
Differentiation, and Migration of High-Purity Mouse Embryonic Stem Cell-derived
Progenitor Motor Neurons in Fibrin Scaffolds after Sub-Acute Spinal Cord Injury,"
Biomaterials Science 2: 1672 - 1682, 2014,

2. M.B. Browning, T. Wilems, E. M. Cosgriff-Hernandez, “Compositional control of
poly(ethylene glycol) hydrogel modulus independent of mesh size,” | Biomed Mater Res, 98A,
268-273 (2011).

3. E. M. Cosgriff-Hernandez, M.Hahn, B.Russell, T.Wilems, D. Munoz-Pinto, M.B.

Browning, J. Rivera, M. Hook, “Bioactive Hydrogels Based on Designer Collagens,” Acta
Biomaterialia, 6, 3969-3977 (2010).

PUBLICATIONS IN PREPARATION

1.

2.

Wilems T, Sakiyama-Elbert SE. “Sustained Dual Drug Delivery of Anti-Inhibitory
Molecules for Spinal Cord Injury Treatment.” 2015.

Wilems T, Pardieck J, Iyer N, Sakiyama-Elber SE. “Combination Therapy of Stem Cell
Derived Neural Progenitors and Drug Delivery of Anti-Inhibitory Molecules for Spinal Cord
Injury.” 2015.

CONFERENCE PRESENTATIONS

Oral Presentations

1.

Wilems T, Sakiyama-Elbert, “Combination Therapy of Stem Cell Derived Neural
Progenitors and Drug Delivery of Anti-Inhibitory Molecules for Spinal Cord Injury.” Society
for Biomaterials Meeting, April 2015.

112



2.

Wilems T, Ingram, Sakiyama-Elbert, “Sustained Iz 1"7vo Dual Drug Delivery of Anti-
Inhibitory Molecules for Spinal Cord Injury Treatment.” Biomedical Engineering Society
Meeting, October 2014.

Wilems T [Presenting Author], Browning, Hahn, Munoz-Pinto, Rivera, H66k, Russell,
Cosgriff-Hernandez, “Incorporation of Collagen-Mimetic Proteins into Bioactive
Hydrogels.” Society for Biomaterials Meeting, April 2010.

Poster Presentations

1.

Wilems T [Presenting Author], McCreedy, Marquardt, and Sakiyama-Elbert, “Poly(lactic
acid-co-glycolic acid) Microspheres for Sustained Delivery of Bioactive Molecules for Spinal
Cord Injury Repair.” Society for Biomaterials Meeting, April 2013.

Wilems T [Presenting Author], Ingram, Sakiyama-Elbert, “Development of biomaterials
for sustained delivery of bioactive molecules in spinal cord injury.” International Symposium
for Neural Regeneration, December 2013.

Browning, Wilems T [Presenting Author], Hahn, Cosgriff-Hernandez, “Decoupling PEG
Hydrogel Mesh Size and Modulus with the Integration of 4-armed PEG.” Society for
Biomaterials Meeting, April 2010.

Munoz-Pinto, Wang, Wilems T, Browning, Cosgriff-Hernandez, Russell, Rivera, H56k,
Hahn “Bioactive Hydrogels based on Collagen Mimetic Proteins for Controlled MSC
Differentiation.” Society for Biomaterials Meeting, April 2010.

Benhardt, Wilems T, Cosgriff-Hernandez, “Cell-Responsive Polyurethanes: Synthesis of
Peptide-Based Polyol Soft Segments.” Society for Biomaterials Meeting, April 2009.
Cosgriff-Hernandez, Wilems T [Presenting Author], Sears, “Peptide-based Polyurethane
Elastomers as Tissue Engineering Scaffolds.” Materials Research Society Meeting,
November 2008.

113



	Sustained Dual Drug Delivery of Anti-Inhibitory Molecules for Spinal Cord Injury Treatment
	Recommended Citation

	tmp.1440698780.pdf.og0Rc

