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Peripheral nerve injury treatment is a relevant problem because of nerve lesion high
incidence and because of unsatisfactory regeneration after severe injuries, thus resulting
in a reduced patient's life quality. To repair severe nerve injuries characterized by
substance loss and to improve the regeneration outcome at both motor and sensory
level, different strategies have been investigated. Although autograft remains the gold
standard technigue, a growing number of research articles concerning nerve conduit
use has been reported in the last years. Nerve conduits aim to overcome autograft
disadvantages, but they must satisfy some requirements to be suitable for nerve repair.
A universal ideal conduit does not exist, since conduit properties have to be evaluated
case by case; nevertheless, because of their high biocompatibility and biodegradability,
natural-based biomaterials have great potentiality to be used to produce nerve guides.
Although they share many characteristics with synthetic biomaterials, natural-based
biomaterials should also be preferable because of their extraction sources; indeed,
these biomaterials are obtained from different renewable sources or food waste, thus
reducing environmental impact and enhancing sustainability in comparison to synthetic
ones. This review reports the strengths and weaknesses of natural-based biomaterials
used for manufacturing peripheral nerve conduits, analyzing the interactions between
natural-based biomaterials and biological environment. Particular attention was paid to
the description of the preclinical outcome of nerve regeneration in injury repaired with
the different natural-based conduits.

Keywords: biopolymer, tissue engineering, peripheral nerve repair, nerve guidance conduit, natural biomaterial

INTRODUCTION

Peripheral nerve repair outcome after an injury is often poor, indeed it has been estimated that only
3% of patients recover sensibility while the motor function is recovered by less than 25% of patients
(Houshyar et al., 2019).

Peripheral nerve repair and the consequent recovery of sensory and/or motor function is a great
challenge for both researchers in biomedical sciences and bioengineering, but also for clinicians.
Peripheral nerve injuries can be repaired through surgical techniques, however, when a nerve injury
with loss of substance (>5 mm) occurs, its repair involves the use of grafts of different origin,
among which nerve guidance conduits (NGC) (Meek and Coert, 2008) which reduce myofibroblast
infiltration and scar tissue formation, and physically support regenerating nerves (Lundborg, 2000).
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In the last 10 years, a progressive increase in the number
of publications concerning the use of new artificial conduits
to promote peripheral nerve regeneration has been reported,
demonstrating a greater interest in this field by researchers
and clinicians. Indeed, there is an increase in the number of
publications dealing with conduits for nerve regeneration over
the years: a PubMed search, using the string “conduit OR tube OR
(“Tissue Scaffolds”[Mesh]) AND “Nerve Regeneration”[Mesh],”
delivered 409 results for the period 2000-2009 and 989 results for
the period 2010-2019.

The use of conduits to bridge a nerve gap has shown
promising results, but clinical applications are limited to the
reconstruction of short nerve lesions (Wang and Sakiyvama-
Elbert, 2019). Indeed, different artificial nerve conduits are
commercially available and approved by the FDA (US Food
and Drug Administration) (Kehoe et al, 2012), but no
implant is approved and available for 3.0cm or longer nerve
defect, the injury length usually considered critical. The most
frequently used FDA-approved natural-based biomaterials are
collagen (NeuraGen®, Neuroflex®, NeuroMatrix®, RevolNerv®)
and chitosan (Reaxon®), as recently accurately reviewed by
Kornfeld et al. (2018). All marketed and FDA approved nerve
conduits demonstrate satisfying recovery, but with some side
effects or regeneration failure (Kornfeld et al., 2018). Therefore,
further researches are necessary to develop new conduits that lead
to better outcomes.

Clinical trials in the field of peripheral nerve regeneration
must be preceded by long-lasting preclinical research, which
usually starts with the manufacturing of a biomaterial with
precise characteristics (Archibald et al., 1991; Hashimoto et al.,
2002; Ahmed et al.,, 2003; Jansen et al., 2004; Sundback et al.,
2004; Yang et al., 2007a; Xie et al, 2008; He et al, 2009).
When finalized, this biomaterial is primarily tested on in vitro
models to assess its biocompatibility, cytotoxicity, genotoxicity,
the absence of toxic degradation products, the interaction
between cells and the biomaterial, its degradation rate, cell
proliferation upon the biomaterial and so on. In vitro assays
are more easily reproducible and standardized, they also allow
to reduce the number of animals used for in vivo experiments,
following the “3R” philosophy (Reduce, Replace, and Refine), as
declared in the document “Recognition and Alleviation of Pain
in Laboratory Animals,” edited by the National Research Council
(National Research Council (Us) Committee on Recognition, and
Alleviation of Pain in Laboratory Animals., 2010).

Preliminary in vifro tests are usually performed before
proceeding to in vivo tests on different animal models. For
short gaps up to 15 mm mice and rats can be used; for longer
defects, experimental models such as rabbit, pig, sheep, cat, dog
or primate are generally adopted (Angius et al., 2012; Kornfeld
et al,, 2018). Most of in vivo models used to study biomaterials
for NGCs are rats since this model is a compromise between mice,
which allow performing nerve length-limited injuries, and larger
animal models, the maintenance of which is more demanding
and expensive, thus suggesting that they are more useful to test
biomaterials in an advanced stage of NGC development. Indeed,
if in vivo testing on rat fails, it is not recommended to test NGCs
on larger animals.

In vivo, biomaterials are used as nerve guidance conduit
(tubular conduit) or as conduit internal filler. In vivo tests allow
to quantitatively assess nerve regeneration (i.e., myelin thickness,
axon density and number, g-ratio and so on), functional
recovery, evaluation of target re-innervation (Navarro, 2016),
interactions between biomaterials and surrounding environment
or interaction with re-growing tissues. In vivo tests must be
performed to confirm the biocompatibility of the biomaterial, the
non-toxicity of its degradation products, the scar formation and
the absence of adverse immune response. Indeed, through in vitro
assays, tissue reaction cannot be evaluated, in terms of local and
systemic responses, because vascularization, extracellular matrix
formation and oxygen supply are missing. Moreover, in vivo
studies allow to evaluate long-term effects on the biomaterial
under biological conditions: before clinical trial design, tests
to evaluate the implanted biomaterial degradation rate must
be carried out. When a device overcomes all preclinical tests,
it is ready to be included in a clinical trial. Nevertheless,
it is important to remember that animal models represent
an approximation of human physiological and pathological
processes (Talac et al., 2004; Angius et al., 2012; Kaplan et al.,
2015). Moreover, it should also be kept in mind that not always
clinical trials reach their completion or lead to satisfactory results.
On the contrary, most of them fail during recruitment phases
(stringency of inclusion/exclusion criteria) or in the follow-up
phases (Carvalho et al, 2019). Thus, the commercial release
of a device is a long-lasting, tiresome and expensive process.
It is also important to remember that, beyond the research
costs, biomaterial production and its release have costs; therefore,
devices are often expensive and, for this reason, they have a
reduced utilization in clinical practice.

In this review, the main characteristics of the ideal nerve
conduit are summarized and discussed and the strengths and
weaknesses of natural-based biomaterials used for nerve conduit
manufacturing are reported. In particular, the description of
preclinical outcomes of nerve regeneration after injury repair
with natural-based conduits and the interactions between the
biomaterial and regenerating tissue are the aim of this review.

BIOMATERIAL CHARACTERISTICS TO
BE USED AS A NERVE CONDUIT

An ideal biomaterial, suitable for tissue engineering but also for
nerve conduit production, must satisty some requirements and
find the right balance between different properties (Figure 1),
such biocompatibility, biodegradability, permeability,
adequate biomechanical and surface properties. In addition,
these specific physical features are recommended for conduits:
flexibility, resistance to collapse and resistance to tension,
adequate wall thickness, specific conduit diameter, and
suturability. Transparency is not necessary, but it is appreciated
by clinicians during surgeries.

Biocompatibility is assessed taking into account three
parameters: (i) blood compatibility: the biomaterial in contact
with the blood must not induce hemolysis or coagulation which
can lead to thrombi formation; (ii) histocompatibility: the

as
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FIGURE 1 | Characteristics to consider to abtain an ideal nerve conduit.

biomaterial must not induce side effects on the surrounding
tissues, including scar formation, inflammation and any
immune system response; (iii) mechanical compatibility: the
biomaterial must present mechanical properties similar to
the host tissue to avoid a local increase of tissue, reducing
tissues mnatural/physiological mobility (Gu et al, 2011
Pinho et al., 2016).

Since passive mechanical forces influence the neuronal healing
processes, it must be considered that a defined amount of
mechanical stimulus helps nerve regeneration (Pfister et al,
2006; Loverde et al,, 2011; Loverde and Pfister, 2015), but an
exaggerated stimulus has opposite effects. In particular, strain
forces transferred by the inner layer of the NGCs to the neuronal
cell membranes must be lower than a certain level of strain
considering that the mean strain resistance of cell membranes
of sensory neurons [~3,000 Pascal ([Pa)] and motor neurons
(~500 Pa) are different (Koch et al, 2012; Spedden et al,
2012; Moore and Staii, 2018) and that a higher mechanical
force can damage the cell membranes activating cell apoptosis
pathways. Also, the outer layer must mimic the resistance
of the connective structures of the peripheral nerves which
have a mean resistance of 580,000 Pa (Borschel et al,, 2003;
Giannessi et al., 2019).

The degradation kinetics of the substrate must be compatible
with the regeneration timing of the specific tissue for which
it is used. Ideally, the scaffold should be integrated into the
surrounding tissue and gradually be replaced by the extracellular
matrix and by the cells to restore the functionality of the tissue
(Bacdkovi et al., 2004; Deng et al., 2008).

Conduit  degradation  should  accommodate
regeneration timing: slow enough to maintain its strength
and shape to guide and support axonal growth and not too
quick to allow scar tissue formation around the re-growing
axons between the two stumps (Chrzaszcz et al,, 2018; Houshyar
et al,, 2019). For example, too fast degradation of the conduit
can cause an inflammatory response inducing a suboptimal
nerve regeneration (Yu et al,, 2011). Ideally, conduits should be
fully resorbed when nerve repair is completed. Thus, the ideal
degradation for a conduit should be faster at the proximal stump
and gradually decreasing over distance with a slow degradation
rate near the distal end (Reid et al., 2013).

nerve

Optimal degradation timing depends on defect length: longer
nerve gaps require biomaterials with a longer degradation time,
such as poly 3-hydroxybutyric acid (PHB), which is particularly
appropriate for long-gap nerve injury repair. For a nerve gap of
10 mm, the axonal phase of nerve regeneration occurs around
the third week of regeneration (Belkas et al., 2004; Carvalho
et al, 2019). So, the conduit should ideally be significantly
degraded after this phase, to mitigate entrapment-like symptoms
and to abolish secondary surgeries required to remove the
conduit, both are conditions commonly observed by using non-
biodegradable conduits. Moreover, an ideal conduit should be
semipermeable. Permeability is necessary for cell viability as it
promotes the gas and nutrients exchanges and waste removal
consisting of metabolites produced by the cells themselves
(Tjkema-Paassen et al., 2004; de Ruiter et al, 2009; Liu and
Hsu, 2020). Thus, an ideal scaffold for biomedical applications
must supply a sufficient permeability, which also influences the
ability to form fibrin matrices, useful during tissue regeneration
processes to guide axons regeneration (She et al, 2008; Gu
et al, 2011). Indeed, it has been shown that during the early
stage of nerve regeneration, nerve wall permeability increases,
and a similar behavior should be mimicked by the conduit
(Rodriguez et al., 1999).

Conduit permeability increases with pore size (O'Brien et al.,
2005): nerve conduits with large pores better support axonal
growth in comparison with those displaying smaller pores
(Clements et al, 2016; Liu et al, 2018). The optimal pore
size range was 10-20 pm (Goulart et al., 2016), nevertheless,
it should be higher than 4 pm and lower than 30 pm, thus
allowing nutrients inflow and at the same time preventing
extracellular matrix fibroblast incoming and growth factor
outflow (Du and Jia, 2019).

In regards fibroblast ingrowth in the conduit during
regeneration, it is needed to consider that different fibroblast
types colonize the conduit: external fibroblast influx needs to be
avoided, while nerve fibroblast migration from the two nerve
stumps seems to have a positive role, as suggested by our recent
paper (Fornasari et al., 2020). Nevertheless, the suggested 10—
20 pm diameter seems too high, as it is known that cells can
pass through smaller diameter pores (as shown in the Transwell
migration assay, where cells pass through 8 pm pores), thus
suggesting that probably <8 pm would be a better choice
to allow nutrient exchange without undesired cell migration.
An adequate permeability is important also to guarantee an
adequate neurotrophic factor inflow inside the conduit, which
is necessary for longer conduits since one common problem
is the lack of neurotrophic factors required to support nerve
regeneration. These characteristics should be tuned through
conduit production methods.

A semipermeable nerve conduit is more effective to promote
nerve regeneration when compared with low permeable or
impermeable conduits (Rodriguez et al, 1999; Vleggeert-
Lankamp et al., 2007; Dodla and Bellamkonda, 2008; Chiono and
Tonda-Turo, 2015). Moreover, permeability is influenced by the
hydrophilic properties of the material; moderate hydrophilicity of
the material allows a better cell adhesion, compared to very high
hydrophilicity or hydrophobicity (Liu et al., 2007).
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Porosity affects the biomechanical/physical properties of the
biomaterial, such as flexibility, resistance to collapse and tension,
which are very important features considering the different
biological and mechanical insults to which the conduit is
subjected after in vivo implantation (Belkas et al., 2005). An
adequate balance between conduit flexibility and stiffness should
be achieved, as flexibility is a crucial requirement in clinical
practice (de Ruiter et al.,, 2009; Gu et al., 2011). Indeed, digital
nerve defects are the most frequent nerve injuries and flexible
tubes are required for joint movements (Rasappan et al., 2018).
Nevertheless, a certain mechanical resistance is required to avoid
conduit collapse which could compromise nerve regeneration,
since longer conduits are more subject to collapse or kinking,. The
collapse and/or kinking of the implant might compromise nerve
regeneration too, by leading to nerve compression and ischemia
(Pawelec et al., 2019).

Flexibility allows avoiding mechanical injuries of the
surrounding tissues and the regenerating axons. Moreover, high
rigidity of the implant may lead to nerve stump escape from
the tube lumen and complicate the suturing processes of the
device during implantation, indeed a not excessive rigidity allows
an easy suturing procedure. Furthermore, the conduit should
be resistant to tension to avoid tears from nerve tensioning
during movements.

Surface properties, including surface functionalization, are
not fundamental but should also be taken into account to
enhance conduit performance and are important for the
interaction between scaffold and cells (Ratner and Bryant,
2004). Surface chemistry alteration is an effective strategy to
promote cell adhesion and neurite outgrowth (Oh et al., 2013;
Sarker et al., 2018).

A large surface area promotes cell adhesion and proliferation,
an oriented surface influences cell behavior (Ahmed et al., 2003;
Jiang et al, 2010). Macro (>10 pm), micro (between 0.5 and
10 pm) and nano (<0.5 pm) roughness can determine a different
adhesion pattern (Rajab et al., 2017; Carvalho et al, 2019).
Nanostructured conduit internal surfaces could improve cell
adhesion, while microstructured surfaces are useful to target
regrowing axons toward the target organ. Thus, an internal
microstructured surface could be useful for conduits to repair
long defects, where neurotrophic factor diffusion is not enough
to reach regrowing axons (Wang et al., 2001; Sun and Downes,
2009). The conduit surface is generally modified from smooth
to rough in three ways: by adding grooves, holes or raised parts
(Sun and Downes, 2009; Tonda-Turo et al., 2011a; Gnavi et al,,
2015). Differences in nanoroughness of the same biomaterial can
affect the NGC wettability (Yang et al., 2005; Sun and Downes,
2009); moreover, nanometric roughness positively influences
cell adhesion as it mimics the extracellular matrix structure
(Marshall et al., 2010) and enhances cell growth and cytoskeleton
elongation (Huang et al., 2015). Microstructured scatfolds might
be useful to mimic bigger structures, such as the bands of
Biingner, encouraging axonal regrowth during peripheral nerve
regeneration (Bozkurt et al., 2012; Gnavi et al., 2015). Thanks
to several manufacturing processes like laser surface texturing,
chemical substances, plasma treatment, electrospinning or use
of a mold, changes in roughness can be made for most of the

available biomaterials (Kim et al., 2016; Berkovitch et al., 2018;
Chen et al., 2019).

Furthermore, surface charges can enhance the biological
response in vive. The electrical charge or conductivity of a
material influences cell colonization; cells adhere to negatively
charged substrates because of the presence of positive charges
on the cell membrane surface (Lesny et al, 2006; Bacakova
et al,, 2011). Moreover, neurite outgrowth can be increased by
electrically conducting polymers (Schmidt et al., 1997; Dadsetan
etal, 2009; Jing et al., 2018).

Nerve regeneration outcome is also influenced by the nerve
guide diameter, which has to match with the dimension of the
proximal and distal stumps of the injured nerve. Conduits not
fitting well with the nerve stumps might compromise nerve
regeneration: smaller diameters might lead to chronic nerve
compression, while a conduit with too large diameter allows
the incoming of undesired cells and fibrous tissue formation,
in addition to adverse growth factors outflow (Daly et al., 2012;
Isaacs et al, 2014; Yi et al, 2019). Thanks to the physical
and chemical properties of the biomaterials described, internal
conduits diameter can be quite easily modified through conduit
processing methods.

Also, the wall thickness must be considered during nerve
guide design, because as reported by Ducker and Hayes there is a
strong correlation between conduit wall thickness and neuroma
formation (Ducker and Hayes, 1968). Wall thickness influences
different characteristics such as permeability, but also mechanical
properties like the flexibility and solidity of the conduit, thus it
should be considered during the conduit design processes.

Conduit walls more than 0.8 mm thick reduce axonal growth
(Rutkowski and Heath, 2002), and this reduction is attributed
to permeability and porosity reduction, which are important for
nerve regeneration. Indeed, in silico experiments suggest that a
0.6 mm wall thickness, with an 80% porosity, can be considered
optimal for nerve regeneration (Kokai et al., 2009; Tonda-Turo
etal.,, 2011a; Chiono and Tonda-Turo, 2015). Data obtained from
in vitro and in vivo experiments on rat sciatic nerve injury model
demonstrated that a wall thickness lower than 0.6 mm or higher
than 0.8 mm is suboptimal and leads to controversial results
(Rutkowski and Heath, 2002; Stang et al., 2009; Tonda-Turo et al.,
2011a; Chiono and Tonda-Turo, 2015; Teuschl et al., 2015; Wang
et al,, 2017; JTahromi et al., 2020). Nevertheless, further studies
are necessary to identify the more adequate thickness, since in
literature conflictual in vivo results were published.

Wall thickness is also important since it is one of the
parameters influencing conduit suturability. An ideal conduit
could be easy to suture; the nerve guides must allow the suture
needle to pass through the wall avoiding the escaping of the nerve
stumps from the conduit lumen, but also they must be strong
enough to allow the suture to bind the proximal and distal nerve
stumps without detaching if subjected to tension forces during
movement (Nectow et al., 2012),

Finally, transparency is a characteristic appreciated by
surgeons because it allows the optimal positioning of nerve stump
ends during nerve repair surgery. This characteristic is also useful
during preclinical assays since it allows to directly observe in situ
if nerve regeneration occurs (Gu et al., 2014).
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NATURAL-BASED VS. SYNTHETIC
BIOMATERIALS

Biomaterials of natural origin are suitable for tissue engineering
as they provide adhesion molecules, cell binding sites and are
compatible with surrounding tissues. Because of their large
availability, large quantities of natural-based biomaterials are
accessible at reasonable prices (Dalamagkas et al., 2016), but
their purification is less standardized in comparison to synthetic
biomaterials. Thus, the problem with such natural biomaterials is
the difficulty to find an easily accessible purified source for large-
scale production. Nevertheless, some biopolymers overcome this
problem, such as PHB, which is synthesized by bacteria in
bioreactors (Koller, 2018), and chitosan, which is extracted from
chitin, an abundant polysaccharide derived from shellfish waste.
Indeed, it has been estimated that more than 10,000 tons are
produced by shellfish waste each year: quantities, which could
provide enough material to cover market demands for tissue
engineering (Hamed et al., 2016).

Natural biomaterial advantages derive from the fact that,
after a proper purification, these biomaterials generally do
not determine unexpected or unwelcome immune-mediated
responses. They provide better biocompatibility in comparison
to synthetic ones: usually, these biomaterials are biodegradable
and integrate with the surrounding tissues. Their degradation
products, compared to synthetic ones, are less cytotoxic and more
biocompatible as well as more easily degraded and metabolized
by the host tissues (Stoppel et al., 2015).

Natural polymers, thanks to their excellent biocompatibility
and bioactive properties, allow better interactions between the
scaffold and the tissue, which improve cell adhesion, proliferation
and tissue regeneration (Arslantunali et al, 2014; de Queiroz
Antonino et al., 2017).

However, natural-based biomaterials present some
limitations, such as the need for extensive purification or
chemical heterogeneity, which leads to variable mechanical
properties like degradation rate. Besides, natural polymers
usually possess poor mechanical properties and batch-to-
batch variability which have restricted their widespread use
(Schmidt and Leach, 2003).

On the other hand, synthetic biomaterials own more
tunable mechanical properties, which can be obtained through
small changes during the manufacturing process (Dalamagkas
et al, 2016). This characteristic, which determines synthetic
biomaterial high reproducibility, together with the easier access
to large-scale production, makes them an appealing source.
For many years the lack of binding sites and the reduced
biocompatibility of synthetic biomaterials were great concerns;
anyhow, currently, tissue engineering goes beyond the problem
through the design of scaffolds enriched with nanostructured
surface topography, which offer binding sites to cells (Singh et al.,
2014). Scaffold surface topographical modifications influence cell
growth, migration and adhesion by affecting actin cytoskeleton
reorganization, focal adhesion formation and distribution and
lamellipodia and filopodia formation (Mattila and Lappalainen,
2008; Harvey et al., 2013; Rahmany and Van Dyke, 2013; Zhao
etal, 2020). Moreover, it has been demonstrated that topographic
cues improve axonal growth and could minimize atrophy of

innervated organ distal to the lesion resulting in nerve functional
recovery (Chiono and Tonda-Turo, 2015).

NATURAL-BASED BIOMATERIALS

The most studied natural-based biomaterials used to support
nerve regeneration (Table 1) are polysaccharides (hyaluronic
acid, alginate, chitin and chitosan), proteins (collagen, gelatin,
silk fibroin, fibrin, and keratin) and polyesters derived from
natural sources [poly (3-hydroxybutyric acid) and poly (3-
hydroxybutyric acid-co-3-hydroxyvaleric acid)] (Arslantunali
et al,, 2014; Raza et al,, 2020), Nevertheless, hyaluronic acid,
alginate and keratin, discussed in the following paragraphs, do
not possess enough mechanical strength to be used alone to
produce a NGC, but can be used as internal fillers for nerve
conduits with successful results.

Polysaccharides

Hyaluronic Acid

Hyaluronic acid (HA) is a glycosaminoglycan which composes
the extracellular matrix and, interacting with other extracellular
molecules, is involved in the regulation of different cellular
processes (Hemshekhar et al., 2016). To obtain a large amount
of HA and to avoid animal-derived pathogen risks, HA could be
produced in large-scale by microbial fermentation. Mechanical
properties and degradation of HA can be tuned through chemical
and physical processes of crosslinking with divinyl sulfone
followed by freezing and lyophilization to create a porous
structure (Ortuno-Lizaran et al,, 2016; Vilarifio-Feltrer et al,,
2016). Moreover, HA can be solved with sodium chloride and
directly poured into a porous sponge (Li et al., 2018; Entekhabi
et al, 2020) or suspended in physiological saline solution to
obtain a suitable viscosity useful to produce hydrogel fillers for
NGCs (Liet al,; 2018).

Hyaluronic acid is characterized by non-adhesive cue, is
biocompatible and supports axonal regrowth (Wang et al., 1998;
Zhang et al., 2008), but it owns very low mechanical properties.
Indeed, even if blended with other biomaterials such as chitosan,
it is too weak to manage (Li et al., 2018). In vivo it is degraded
by hyaluronidases, which are widely diffuse in the organism,
determining its fast degradation (Drury and Mooney, 2003).

It has also been reported that a nerve conduit based
on an esterified HA derivative showed a fast degradation,
not compatible with the timing necessary to support nerve
regeneration, and the formation of fibrous tissue and a substantial
cell ingrowth was observed (Jansen et al., 2004).

These characteristics make HA unsuitable as a conduit for
nerve regeneration, but for its characteristics is very suitable as
conduit internal filler, mostly in hydrogel form (Xu et al.,, 2017).

Alginate

Alginate is commonly extracted from brown seaweed and thanks
to its biocompatibility is widely used in biomedical applications
(Shen et al, 2005). The alginate is composed of mannuronic
acid and guluronic acid which confer remarkable chemical
flexibility compared to other degradable biocompatible materials
with a notable resemblance to the mammalian extracellular
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TABLE 1 | Advantages and disadvantages of natural-basad biomaterials used as nerve conduits.

Natural-based  Advantages Disadvantages

biomaterial

Hyaluronic acid - Producible in large scale by microbial fermentation (Hemshekhar et al., 20186). - Very low mechanical properties {too weak to
- Supports axonal regrowth (Wang et al., 1998; Zhang et al., 2008). manage for producing a conduit) (Wang et al.,
- Successfully used as conduit internal fillers (Xu et al., 201 7). 1998; Zhang el al., 2008).

- Fast degradation (Drury and Moonay, 2003;
Jansen et al., 2004).

Alginate - Remarkable chemical flexibility (Kim and Kim, 2014). - Weak mechanical resistance for using as a
- Usable blended with other polymers (Kim and Kim, 2014). conduit if not blended with other polymers
- Manufactured with several technigues (electrospinning, 3D printing, . ..) (Sergeeva et al., 2019; (Hashimoto et al., 2002).
Singh et al., 2020). - High degradation rate (Golafshan et al., 2017).
- Usable as a conduit internal filler (Plister et al., 2008).
Chitin and - Chitin: the most abundant polysaccharide, after ceflulose, in nature (Martinez et al,, 2014). - Low mechanical strength (Boecker et al., 2019).
chitosan - Chitosan: easily obtained from chitin, at low cost (Freier et al., 2005a).

- Chitosan: supports axonal regrowth and reduces scar formation (Haastert-Talini et al., 2013,
Stenberg et al., 2016; Neubrech et al., 2018).

- Degradation products positively influence nerve regeneration (Gong et al., 2009; Zhac et al.,
2017).

- Different strategies to increase its mechanical strength: double layered conduits (Wang et al.,
2008a,b} or biomaterial blending (Fan et al., 2008; Boecker ot al., 2019).

- Transparancy, flexibility and resistance to collapse (Neubrech et al., 20186, 2018).

Collagen - The most abundant protein in the human body (Pabari et al., 2010). - Low grade of resistance to mechanical stress
- Very good vehicle for drug and cell delivery (Dalamagkas el al., 2018). and weak manipulability (Schmidt et al., 2011).
- Its physical features along different parts of the same conduit can be medified (Aigner et al., - Some scar neuroma cases in patients (Liodaki
2020). et al., 2013; Rbia et al., 2019).
- Topographical cues that guide the axon regrowth can be obtained (Stang et al., 2005a,b).
Gelatin - Plasticity, adhesiveness and low antigenicity (Lien et al., 2009). - Solubility in water and the easy collapse of
- Bioactive molecules can be easily incorporated in the gelatin scaffolds and gradually released gelatin conduits make necessary the use of
during its degradation, thanks to its chemical properties and degradation kinetics (Chen F. R. various cross-linking agents (Liu ot al., 2004;
et al., 2005). Tonda-Turc et al., 2011b).
Silk fibroin - Economically advantageous because of its easy and cheap purification processes and its - Silk fioroin solutions are generally weak and
large-scale availability (Kundu et al., 2013). fragile (Kundu et al., 2013).

- Good elasticity, flexibility, and high resistance to fracture and compression (Omenetto and
Kaplan, 2010).

- Degradation influenced by processing methods (Wang at al., 2008¢; Li et al., 2019).

- Mo signs of adverse immune response (Yang et al., 2007b).

- Good mechanical strength (Yang et al., 20070).

Fibrin - Adhesive characteristics (Park and Woo, 2018; Wang et al., 2018b). - High degradation rate (Rowe et al., 2007).
- No collapse (Takazawa et al., 2005; McGrath et al., 2018). - Conduits made by autologous fibrin are more
- Enough porosity to allow nutrient inflow (Takazawa et al,, 2005; McGrath et al., 2018), effective than commercial ones (De la Puente
- Prevents fibrous tissue formation (Takazawa et al., 2005; McGrath et al., 2018). and Ludena, 2014).
Keratin - Bindegradable, bicactive and with a hydrophilic surface (Rajabi et al., 2020). - Weak mechanical resistance for using as a
- Good as conduit filler (Apel et al., 2008; Pace et al., 2014). conduit (Rajabi et al., 2020).
- Usable blended with other polymers (Gupla and Nayak, 2016). - Fast degradation rate (Rajabi et al_, 2020).
PHB - Stable local pH during degradation (Koller, 2018). - Long reabsorption time (over 2 years) (Mohanna
- Good mechanical and physical features, modifiable by different production methods (Masaeli et al., 2005).
etal., 2012). - Tendency to crystallization leading to reduced
- Early vascularization after implantation (Mohanna et al., 2005). flexibility and ductility (Zhuilkav et al., 2020).
- Low levels of inflammatory infiltration (Hazari et al., 1999), - Fragility and lack of hydrophilicity (Zhutkov el al.,
2020).
PHBY - More flexible and easier to process than PHB (Zhuikov et al., 2020). - A narrow processing window and a low
- Easy to handle and to suture (Biazar st al., 2013a). strain-at-break in comparison to
petroleum-based synthetic polymers (Zhao and
Turng, 2015).
matrix structure (Kim and Kim, 2014). It is easily modifiable via This biomaterial can promote nerve regeneration but has a

chemical reactions [e.g., alginate dialdehyde formed by periodate  weak mechanical resistance, insufficient to bear physiological
oxidation of sodium alginate) (Dranseikiene et al.,, 2020) and loading conditions and the high degradation rate justifies the use
physical crosslinking using Ca ions, maintaining a negligible of alginate blended with other polymers (Hashimoto et al., 2002;
inflammatory response (Sun and Tan, 2013)]. Omidian et al.,, 2006; Kim and Kim, 2014; Shen and Hsieh, 2014;
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Golafshan et al,, 2017), hybridized by incorporating nanofillers
(Homaeigohar et al., 2019) or both (Chen et al., 2019). Alginate
blending with biomaterials of natural origins could be a successful
strategy: the research performed by Phster et al. (2007a)
demonstrated the effectiveness of a blend conduit consisting of
alginate and chitosan to support nerve regeneration for short
nerve gaps. This conduit possesses a good permeability and an
adequate mechanical strength, which also allows an easy suturing,
and promotes cell adhesion thanks to its hydrophilic nature
(Pfister et al., 2007a).

The physical properties of alginate make it suitable to
be manufactured with several techniques such as magnetic
templating (Singh et al., 2020), electrospinning (Kim and Kim,
2014; Chen et al., 2018; Kuznetsov et al., 2018), microfluidics
(Costantini et al., 2016; Hu Y. et al., 2017), gas foaming, emulsion
freeze drying, 3D printing (You et al,, 2017), and hard templating
on vaterite CaCO5 crystals (Sergeeva et al., 2019).

Alginate is also used successfully as a conduit internal filler for
growth factor delivery in nerve regeneration (Ohta et al,, 2004;
Phister et al., 2007b, 2008) and for molecule controlled release at
various pH values (Augst et al., 2006; Gao et al., 2009; Jeon et al.,
2009). In particular, alginate as internal filler leaves no residue
4 months after surgery in a cat model of 50 mm gap sciatic nerve
injury repaired with tubulation (Sufan et al,, 2001) and is also
able to promote specifically adhesion and proliferation of nerve
cells in rats with 10 mm sciatic nerve gap 7 weeks after surgery
(Askarzadeh et al., 2020).

Chitin and Chitosan

Chitin is a linear homopolymer of N-acetyl-D-glucosamine,
belonging to the glycosaminoglycan family; in nature, it is the
most abundant polysaccharide, after cellulose, and it is obtained
from arthropod exoskeleton (Martinez et al., 2014).

Crustacean shells, due to their abundance, are considered the
main source for chitin isolation; indeed, chitin derived from their
wastes represents around half of shellfish total weight. Chitin
can be extracted with biological (microbial) or chemical methods
(Ramirez et al., 2010; Hamed et al., 2016).

Chitin is mainly used in its partial deacetylated form, chitosan,
in many different fields ranging from the food industry and
agriculture (Boonlertnirun et al.,, 2008) through pharmaceutics
(Varshosaz, 2006; Mitsou et al., 2020) to regenerative medicine
(e.g., biomedical patches, artificial skin and orthopedic tissue
engineering, nerve conduits) (Shapira et al,, 2016; Porpiglia et al,,
2018; Sandri et al., 2019; Ryu et al., 2020; Tao et al., 2020a).
Chitosan can be easily obtained from chitin, at low cost, through
alkaline hydrolysis (Freier et al., 2005a).

Chitosan is widely used to support peripheral nerve
regeneration and its effectiveness has been investigated in several
studies (Table 2). It possesses many suitable characteristics to be
used in this field: it is biocompatible (Yuan et al., 2004; Freier
et al., 2005a; Simoes et al.,, 2011), it can support axon regrowth
(Haastert-Talini et al., 2013; Stenberg et al., 2016) and reduce scar
tissue formation (Neubrech et al., 2018). Moreover, it is a re-
absorbable biomaterial whose degradation products (including
chito-oligosaccharides) positively influence nerve regeneration
(Gong et al, 2009; Zhao et al, 2017). Furthermore, chitosan

can be processed through many fabrication technologies (Ruini
et al,, 2015; Tonda-Turo et al,, 2017b) to produce NGCs both
as external wall material and cell-based therapies as internal
filler (Boido et al., 2019; Tonda-Turo et al,, 2020). One factor
limiting chitosan use as a nerve guide is its low mechanical
strength; nevertheless, Freier et al. (2005b) demonstrated that
modifying the chitosan acetylation degree, its mechanical stability
can be improved and conduits with different acetylation degree
were also tested in vive (Haastert-Talini et al., 2013). Other
strategies can be used either to increase chitosan mechanical
strength, either to avoid the guide collapse, such as double layered
conduit production (Wang et al., 2008a,b) or chitosan blending
with biomaterials presenting a high mechanical force (Fan et al.,
2008; Boecker et al,, 2019). Indeed, chitosan has been extensively
studied in vivo, in combination with different synthetic polymers,
successfully bridging nerve defects (Jiao et al., 2009; Ding et al.,
2010). For example, Xie et al. (2008) tested with positive results,
a chitosan-polylactic acid (PLA) blend, taking advantage of PLA
mechanical properties and of chitosan biocompatibility.

Chitosan is an attractive material for nerve guide
manufacturing because of its versatility, and its surface texture
can also be easily modified to better support axonal regrowth
(Shuai et al., 2013; Wrobel et al., 2014).

In recent years, various studies on chitosan-made tubes
have demonstrated chitosan conduit efficacy in inducing nerve
regeneration for bridging peripheral nerve defects of 8 mm
or more in rat models (Ao et al, 2011; Haastert-Talini et al,
2013; Gonzalez-Perez et al, 2015; Shapira et al,, 2016; Ronchi
et al; 2018 Yin et al, 2018; Crosio et al, 2019). 8 mm
median nerve defects were also immediately or delayed repaired
with chitosan conduits to test if chitosan guide enrichment
with muscle fibers, used as internal filler, better promote
nerve regeneration; morphometrical and functional analysis
demonstrated that nerve regeneration was obtained in both
experimental groups with similar results, suggesting that for short
gaps the use of hollow chitosan guide is sufficient to obtain nerve
regeneration (Ronchi et al., 2018; Crosio et al., 2019). Another
study investigated nerve regenmeration in rat sciatic nerves
3 months after 10 mm nerve repair with chitosan conduits with
three different deacetylation degrees (Haastert-Talini et al., 2013)
or with autografts, showing no significant differences among
all the experimental groups at functional, biomolecular and
morphological levels. Similar results were obtained by Shapira
et al. (2016) which observed, 3 months after 10 mm nerve gap
repair, that electrophysiological, morphological, morphometrical
outcomes were comparable between nerve repair through
autograft or chitosan tube.

Similar experimental conditions (10 mm gap and 3 months
post-operative) were used to test nerve regeneration inside
a freeze-cast, double-layered chitosan tube, where authors
observed that the conduit porosity allows good angiogenesis and
prevents scar formation. Nevertheless, this study needs further
analysis to be completed (Yin et al., 2018).

Experimental studies of nerve gaps longer than 10 mm
repaired with chitosan tubes showed that chitosan
conduit permits nerve regeneration, even if lower than
those of nerve repaired through the autologous graft.
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Gonzalez-Perez et al. (2015) tested chitosan tubes with two
different deacetylation levels on 15 mm nerve defects; 4 months
after the repair they obtained a similar number of myelinated
fibers and similar functional and electrophysiological results. As
additional experimental group, they tested nerve regeneration
in a silicon tube where nerve regeneration was not observed.
Also, Ao et al. (2011) observed for the critical nerve gap length
of 12 mm nerve regeneration inside a hollow chitosan conduit,
although only cell enriched experimental groups showed
morphological and functional results similar to those achieved
by the autograft group.

Different clinical trials on chitosan based-conduits were
planned during these years, and in 2015 a chitosan nerve
conduit, Reaxon®, was commercialized; it allows to bridge nerve
gaps up to 26 mm. Transparency, flexibility and resistance to
collapse are amongst the advantages of the Reaxon® conduit.
In clinical practice, it has been shown that the use of this
conduit for hand nerve injury repair with end-to-end technique
positively influences sensory and motor recovery in patients
treated with this conduit (Neubrech et al., 2016, 2018). In order to
optimize the regeneration process, manufacturers suggest using
the Reaxon® Nerve Guide in anatomical sites able to maintain it
moistened and to avoid its drying and its consequent stiffening.

Proteins

Collagen

The main reason why collagen has been so commonly used
to create nerve conduits in the last three decades (Eppley and
Delfino, 1988; Pabari et al., 2010) is that it is the most abundant
protein in the human body (Pabari et al., 2010). Collagen is a
major component of the extracellular matrix and of the peripheral
nervous system envelope. It can be isolated from many biological
tissues (e.g., tendon, skin, and bone). Collagen is a very good
vehicle for drug and cell delivery (Dalamagkas et al,, 2016) and
it is possible to modify its physical features along different parts
of the same conduit (Aigner et al,, 2020). The different binding
domains on it give the possibility to create topographical cues
that guide the axon regrowth (Stang et al.,, 2005a,b) facilitating
cell adhesion, survival and migration (Alberti et al., 2014; Sulong
et al., 2014; Drobnik et al, 2017a,b). Many researchers have
shown that collagen has biological properties superior to other
materials available in the market for nerve scaffold fabrication
and it is also effective over a nerve gap distance of at least 15 mm
(Archibald et al,, 1991). 10 mm long hollow conduits reported
better results in rat nerve regeneration and muscle re-innervation
if compared to collagen polyglycolic acid (PGA)-filled conduits
(Saltzman et al, 2019). A conduit made by mixing types I and
IIT collagen filled with collagen filaments was not inferior to
autologous graft in treating 30 mm nerve defects, with 80%
of patients reporting sensory recovery after 12 months (Saeki
et al,, 2018). There are few collagen nerve conduits approved
by the Food and Drug Administration (FDA) and Conformity
Europe (CE). NeuraGen®, a nerve conduit made of type I
bovine collagen derived from the Achilles tendon (Di Summa
et al,, 2014), reported overlapped results compared to allograft
12 months post-surgery in patients with the reconstruction of a

digital nerve gap inferior to 2.5 cm (Rbia et al,, 2019). However,
some scar neuroma cases, with and without foreign bodies,
imposed conduit removal (Liodaki et al., 2013; Rbia et al., 2019),
Maybe due to the tube high stiffness and high cost, it is not
so popular among surgeons (Arslantunali et al., 2014; Sedaghati
et al, 2014). RevolNerv®, a porcine skin-derived collagen type I
based-conduit, showed good clinical outcomes and the absence of
post-surgical neuromas in 163 patients that underwent wrapping
direct end-to-end sutures (Thomsen and Schlur, 2013) and
comparable results with uncoated direct sutures for palmar
digital nerves were observed (Arnaout et al,, 2014). Neuroflex®
and NeuroMatrix®, respectively, made in collagen types I and
IT1, were approved in 2001, but clinical and preclinical researches
are still lacking (Meek and Coert, 2008; Stang et al., 2009;
Chrzaszez et al., 2018). No clinical and preclinical researches
have shown immune response due to allogenic origin of collagen
NGCs (Archibald et al., 1995; Boeckstyns et al., 2013; Chrzgszcz
etal, 2018). Indeed, the high purification process by which those
NGCs are manufactured is able to remove all impurities that can
trigger an immune response (Wong et al., 2014; Maurer et al,
2018). Because collagen has such powerful clinical effects, but low
grade of resistance to mechanical stress and weak manipulability
(Schmidt et al, 2011), future researches will be necessary to
tackle these problems. Indeed, collagen could also be blended
with other biomaterials like silk fibroin or chitosan, that are able
to increase dramatically its mechanical resistance (Huang et al.,
2011; Teuschl et al., 2015; Xu et al., 2016).

Gelatin

Gelatin is obtained by the thermal denaturation of collagen.
Animal-derived gelatin has been widely investigated for
medical applications, for its biocompatibility, its plasticity and
adhesiveness. Gelatin is less expensive than collagen and has
relatively low antigenicity compared to its precursor (Lien et al.,
2009). Nevertheless, its solubility in water and the easy collapse of
gelatin conduits make necessary the use of various cross-linking
agents, resulting in the alteration of its mechanical and physical
properties with a controlled degradation rate (Liu et al., 2004;
Tonda-Turo et al., 2011b) (Table 3).

Among gelatin crosslinkers, genipin has been often used in
tissue engineering applications. Genepin has low cytotoxicity and
it is of natural origin, it can be obtained from geniposide isolated
from the fruits of Gardenia jasminoides ELLIS (Cenni et al., 2000;
Sung et al,, 2001). Different gelatin-based conduits were produced
using it as cross-linker. Chen Y. S. et al. (2005) used a genepin
cross-linked gelatin conduit to repair a 10 mm rat sciatic nerve
defect for 8 weeks confirming conduit biocompatibility, but with
controversial results: nerve regeneration inside the conduit was
not compared with a positive control group as autograft and they
observed that after 8 weeks most of the regenerated axons were
not myelinated. The authors also showed that the biomaterial
starts to degrade 6 weeks from the repair and after 8 weeks the
fragmentation is clear (Chen Y. S. et al., 2005). Four years later,
the same authors showed that an increased conduit porosity can
implement its performance, with good regeneration in the rat
model, giving real perspective for future studies in longer defects
(Chang et al., 2009),

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org

October 2020 | Volume B | Article 554257

chrome-extension://dagcmkpagjlhakfdhnbomgmjdpkdkliff/fenhanced-reader.html?openApp&pdf=https%3A%2F %2Fwww.frontiersin.org%2Farticle...

9/26



Natural-Based Biomaterials for Peripheral Nerve Injury Repair | Enhanced Reader

12/11/2020

Natural-Based Nerve Conduits

Fornasari et al.

{panuguog)

PaAESg0 SEM 4NOD DUE YNOH

'L -40)| S8 LONS 'siojoE) oD pejes-ueingU Jo uoissaidxd -
‘IiNpUo2 BUDDI|S 0} uosuedwoo U sensU pajessLebal e
oy uoeyu sBaydoicRul Jesse) paonpuUl INPLCS ueen) -

‘paleASULIE) AlNjSSE0ons peyY Siagy

BAIBU JBY BuBDIpL 'STB |2 Ul PBABSTO SEM AlARINRUOD -
‘seiuedoud [EousyDswWw S peaoldly) pue Buyems uneeb
paonpal JAsLuBUOYNSIALASIE Lim Bunul-Ssauo uleen -

INpuona ajgiedwonalg -

AIBA0DS] [BUONDUN, JO SWLSY Ul 08JE 1ng ‘SuCKe pajeiausBa
JO AjUNYeLU pUE JaqLUunu jo suuel Ul 'sdnoib [ejustuisdxs
PBUSHUE oM BUY Ul J8eq sem uoessushes srsp -

‘ednoub

[BlUBLILSCXS |8 J0) pa/esqo sem Ausnoos) ssucdsal
(eniBojoisAydonoae pue ‘eucioun ‘Eoificoydiop -

'SUS|IoBal AUoTRLILLEYLI JOo SUBIS INOYIM pagiospe pue
pepeibap sem Jinpuoo unelst peunoojoyd euy) sHeem 2L Iy -

‘SUOKE PajEU|BALL pUe

pEIBUIBALILN 10 Jegunu ybiy peusiueD siaqy pejeieustay -

Jieded aU) J8YR 838aM g PaAIasao

s uoljoesl Acleuswegu ou pue adeys sy Bupjoy
‘'sanss)} Buipunouns auyl U paleJBeiul ||em seM LINpUOD -
“Yiwodb pue uoisaype |82 uuemyog woddns o) swees

1| PUB pBr8sg0 SBM 8SE8|S) UipIueisoujueod pUE wiBes) -
‘salwAzus angeabip Ag uojepelfisp 0] pelsisal SBY JINpUoD -

‘sisABEUR UossaIdxe Lisjold -
SISABUE [BoUjswcyciow
pue (oH| pue WL Adossouoiw 4B} eaGooydiop -
‘Buioe.y epeiBonay ploooion -
‘ABojoisiydonos|d -
‘INPUOS BUO||IS Uim pasedwos pus syeam g o} dn inpuoo
ueeb yim pasedel sem josjep aleul DIBIS 81 Wi g} -
(uonepelbap
pue fAgredwosog ‘eibue 10B1L00 J81EM T pUS
8010} 8)SUa} aLf} Jo sisAeurR 'WIS) UOREZUSIOBIEYD INpUOD) -

‘(DHI pue Adoosouoiw
Wb sisdpue EoBojoydioll pue uoieness Bodoosoioap| -
Juslwssesse ABojoisfudoaoes
pug ABAco8) JOJOW JO UDLENBAS [BUOJIUNS -
'S8|NCAI0LL BAIDBDID LA
payeuBaidwl Jo BUCE SISQY UM PEUDLLE JNPUCS SLUIES aU)
10 850U Ui pasediios aiem seoueLLIopusd JNPUOD MO|IoH -
*syjucw g| 0} dn ynpuoo
uneel yum pasedss sem deb eateu 2118195 184 WW g -

‘sisAeUe [goibooydiow pue ABojpisAydanoe;s -
B iTallele]

8U} JO UOjIBAISSqO [Bo/dDoS0IS|IW pUB [B0|doosolsepy -
"SYEIM § J0) 1INPU0D Uieel peul|-ss0u0 uipluefooyiuecid

L paureday B 1091810 8AIBU D1BIDS 1B LW 0 -
uslUssessE

Apgnedwoooiq pue stesse LojepelBap D1eLIAZUS Qi Lf -

eupUEL B ojul peuinod uoinos ujeeb
pavul-ss0u0 [ALIaLIBLIOYNS NS 1] L10¢ "85 0¥

JINPUSO LiFe|eB BU} JO UCHEDLIGE)-CI0Ud PO0Z "8 18 ZOWED)

"[BIPUBLL JBlU| S8 pesn
80N} BUCDIS B U pesejd uognos
wieeh payUl-ss0I0 UipiuRASOLUROIY 200z 'nr

BUIooIND uoiepusbal ansu

poof L ‘scueluouad Inpuos LRl juswsidiL Auscicd -

‘peeuladwun auam dnoub

1INpUCS snood-uou suUl Ul sucke peleisusteu au Jo AIsal -

‘Auooiea eaonpuod anau seuBiy Jueoyubis

& pajussald pnpuog snodod su) Lym paliedai spgy -

‘BuD

snosod-uou 8y} o} uosliedloD Ul UIBUSnS [BOIUBLUDSL JBMOo|
pue Ayjigepe.Bep Je1se} B pamols Inpucs ueist snoicd -

synsay

‘gigdEur [eousLoydiow pue eoiBojoydiop -
‘ABojoisAydonosg -
(lueLussesse Ajoxo1oiAo pUe ‘sisAeue ejbiue 1081000 JBlem
‘oines Buijens ‘seiuadoud jeiueyoew ‘Aysolod) sunpuos
BU} |0 UCIEZUSIOEIELD PUE UOHBAISSGO Baldoosolsey -
‘sypam Z1 01 dn deb snau oigios
1e) WL 0| & Jeded 0] pasn pue peleduwlos alam Sinpuog
une|eb pexul-ssoso uideust snoiod B pue snosod-Uou i -

sasfjeuy

|@ipuUEW B alul painod
uoinios uieeh peMul-ssaln uideuan B00Z "'[e 1@ Bueun unReEn

uonanpold JINpuod Jo poylapy saoualajay

SINPUCD-PasEq uRjold UG Saipnis JUeAsisH | € 31EVL

October 2020 | Volume B | Article 554257

10

Frontiers in Bioengineering and Biotechnology | www frontiersin.org

10/26

chrome-extension://dagcmkpagjlhakfdhnbomgmjdpkdkliff/fenhanced-reader.html?openApp&pdf=https%3A%2F %2Fwww.frontiersin.org%2Farticl...



Natural-Based Nerve Conduits

Natural-Based Biomaterials for Peripheral Nerve Injury Repair | Enhanced Reader

Fornasari et al.

12/11/2020

*UONBLLLID) BLIOINBU UBQINU UOXE JUNDo 0] Sishleue [eomawoydiop -
Loy suoxe BujyeisusBal ayy paiceioid yNpUaD ulgl - (OH| ‘uoienene [esidoosoioew) sisAeue eoiBojoydioly - *gl00 (9938 SSa|UIRIS B punoue Agjul
'SUDIIOBLILID BAIBU "SONISUBIOBIELD BAISSUPE UUQY 158} O} SY88M ¢ PUB Z 10} BUoo||S B yim Jojoedweod paubisep
UejUELY 0 $|/e) INPUoD ULgs Uis Jede) sneu ssejaining - UNPUCa ULgy Ly palede) deb ensu 218108 s Bl W G - Aeoads B oju pajind sem aniB U4 a0z .18 Busan

'SI0SNL U puUB 8Asu LD (OH) sisAeue RoiBojoydiop -

sdneuf jejuewuadxe usamiag 1LBIaUP AlBOSIELS 10U S18M ‘suoxe Buoeisuabal suoinauoiow o Jsquinu aul
S48y 808Nl @dA) Mmojs JO Jsjeurelp pue Base Uesll 8| -  9sesse 0] pasn sem Buljege; speiBoliel sucineuciow reulds - ‘JNpuos eyy esedesd o) pesn sem pad
‘paniesqo alem Aydone BMBEM Z | J0) 58|} JUSIBHIP UM PRUSUUS 1Npuos upgy [BleLU [BAUSD B U)m PIOLW BUODIIS B pue 8L02Z
B[2SNW Ul USRanpal B pue uojeieusbel UOKE SUILDW & Uy - Buo| LW #| Lym paliedes sea deb ealau Sneios 18 WW Q). - pexiLU aJam sjusuodwoa an|b ulg4 “[2.18 Yieieg)
UMOUS SBM LJuow | leye suaxe jo Buissouo |nd - {OH| pug uoeneas (ealdosscioew) sisteue eoiBojeydiop -
*sdnoif YNpUos GH- 0} UoSLEdLUIOD U| PasJSsgo Sem ‘Syesm ¢ pue *al00 (9918 SS9|UIRIS B punoue AUl
iBus| uoyeseusbel Uoxe Jeliaq € Jiedsl BY) JSIE SHEEaM 7 - 7 Joy def erusU 01EIDS JBJ WL Q) B JBdad 01 INpUCS gH4 Bucol||Is B ulim Jojoedwoo paubisep 6O0Z
*8sde)j02 10U PIP JNPUSD Ulgld - E 10 JEU) I pasediuca Sem SSBUSANOS)S IINpuUDD uug - Areoads e ojul pejind sem en|B uuag4 "B 19 UajjeuLegey uuigig

‘paniasqo sem duwinis enal euixald

sy} 1B sleqy pejeueil swos 10 soussald anssaiBoud sy - "(OHI pue fdoosouoiw uososs ‘Adoasaioiul JYB)| uoinosal
‘ParISSaD SBM LolEZILo|oD YBIL) sisdjeurs eabooydiow pue uoijeness Eadoosaioey -
|80 pue sanss)} Bupuno.ns eyl Uym uoieiBaiul Inpuoyg) - SHISM
‘panssgo pue Z 40} def sy Leipalu wiw (| e Jedal 0] pasn
BIBM LOIELLIO) SNSS]| JBDS J0 UoieLLLIByUl JO ubis o - 248 SISTUIoILL YIM paj|l Jo fdws Inpuod uioigy IS - ‘enbiuyoe}
‘Aanedwoco)q ploYeos SWILUDD $158) A Ul - "S8UJ| (|82 LICUNBU J0J0W PUE (80 UUBMUOS UD SAESSE 0404 ) - Buuudsoliosis Yinowy peuEigo
'eanes Ayeoiod ‘UCNBZUSI0RIEL0 2iafe| oMl UBBMISq JeAr| B8] B 6L0Z
pUE SS2UMOIUY |[BM 9|geASap 'UDissaldLUIDD o) sougisisay - plojeos [eolusyoel pue ‘eoileyo 'feoisAyd ‘eoiBojoydioly - LA INEUOD yis pasaiel-u) e :abougiis "'l 12 CUUpLESSS)Y

'sadnauf plusedxe LIOQ Ul J2[ILUIS SEM

SUjLOLL g 1B sfiesmar 1818UIE|D LOXE PUB SSSUMDILY LI8AW - "(OHI) sisAEUe 2oiBojoydiop -
‘sdnoil (ejusLLUBdXS L0 Ul S18d) a/sU pajriaualial SINNS 12810 B Yl UOSPBAWLIOS Ul Sxaam g pue ¢ o) deb
paeanss sishEuR BaBools|y Aunlul 8U) JB1E SYIUOL ¢ - 8AISU DIIEIOS JBU WL G Jiedes D] pEsn SEM JINPUos Loy SIS -
‘Bulses) o} 8ouglsisal INpuoy - 'S[80 UUBMUDS U0 (DH) sAesse oA Uy -
‘sajyadoud [eoueysaw ‘sugenens gBue pue anbiuyos) Buuuidsonosie yBnaouly 8102
pUE 8JN0e)UdJe 80BUNS PORZILNGO UB LM Jnpuoy - Jsjswieip Jeq)) undsaiosie 158y Wibuss eoluByDewW ‘WIS - pauEBlIqo INPUoo s peusie|-JL “1e19 Jebiuejeg

{OHI) sisheue [eoiBojoydiop -

uredad suy ‘(150 ajBUE SOUBIS apjue) AleaDde) (guoiiouny JO LUojieneas -
JEE S)E8M 0| PBASS0 SEM LIOROUN, JOJDLU U 810188l i - Yeaboine yjm peseduos pue SHBem (| 4o}
'PENJBSG0 SUB SJ8q [BUCXE paleLIBaf - deb sniau D)eI0s 18J WW Q| B Jedsl O] pesn sem JInpuas -
‘Ayaieduosoifa AYOIXOIOYAD
INPUOD PEMOLS S(|80 LILBMUOS LO 81881 DA L) - puE ssiUadoud [PoiLBYosiL INPUOD SIBN[BAS O S]S8) OUlA U - ‘anbiuyos) Buuwdscnos3 CLOZ (e 18 Mied

Adoosouoiw Uodios)e
pue HH| 'sBuiuies [eaiboioisiy) sisAeue eoiBojoldiol -
‘Bujiorn speibolial plosolon -

‘ABojoisAydonoeq -
dnouB YesBoine Yy paueRlgo ‘Bupsal
850U} O] 8502 S8LU0DING U)oU) pue reojBojoycliop - Alljigeswled pue [eojueyoaLl Ljivm Uo|IEZUSIORIELD YNpUSy -
‘@sundsed sUNWW| esieape Jo subisonN - 'SYIUoW 9 Joy 108jep eABU SEIDS Jed Buo| Wi 0| e sedal o)
‘saipedoid ajgesuued puUE [BIILELSBLU POOY) - PEsN SeM 8RISUI STUBLUE|Y PBIUSLIO UM JINPUOD UIoiql IS - ‘ainpaooid Buiiup-ezesl Q.00Z "[e 1o Bue, ulcagiy s
synsay sasfjeuy uooONPoId JNPUOI Jo POLRBN saguasajay

penunuog | € 31avL

11/26

October 2020 | Volume B | Article 554257

11

Frontiers in Bioengineering and Biotechnology | www frontiersin.org
chrome-extension://dagcmkpagjlhakfdhnbomgmjdpkdkliff/fenhanced-reader.html?openApp&pdf=https%3A%2F %2Fwww.frontiersin.org%2Farticl...



12/11/2020

Fornasari et al.

Natural-Based Biomaterials for Peripheral Nerve Injury Repair | Enhanced Reader

Natural-Based Nerve Conduits

Another natural cross-linking agent, proanthocyanidin, which
is usually used as an antioxidant, was used to stabilize a gelatin
conduit, reducing its degradation rate. The proanthocyanidin
cross-linked gelatin conduit presents a rough outer surface and
was used to repair a 10 mm nerve gap and the regeneration
was assessed 8 weeks after the repair (Liu, 2008). The conduit
was tested for its biocompatibility and degradation: gelatin and
proanthocyanidin release was observed and it seems to support
Schwann cell adhesion and growth. After 8 weeks in vivo,
the conduit was well integrated into the surrounding tissues,
holding its shape intact and no inflammatory reaction was
observed. Histological and electrophysiological measurements
were assessed and the regenerated units containing unmyelinated
and myelinated axons were abundant.

Gamez et al. (2003) prepared a biodegradable gelatin-based
nerve conduit using photoreactive gelatin able to be cross-
linked upon visible-light irradiation. The conduit 15 mm long
was implanted between the proximal and distal stump of a
10 mm rat sciatic nerve gap up to 12 months (Gamez et al,
2003). The photo-fabrication of the gelatin conduit allowed to
obtain a conduit with controlled features such as length, wall
thickness and inner diameter. The hollow conduit performances
were compared with those of the same conduit enriched with
fibers alone or impregnated with bioactive molecules (Gamez
et al., 2004). Despite nerve regeneration was better in the two
enriched experimental groups, morphological, functional, and
electrophysiological response recovery were observed for all
experimental groups.

Recently, the biocompatibility of a gelatin conduit cross-
linked with bisvinylsulfonemethyl was assessed. Nerve
regeneration at 8 weeks in a 10 mm rat sciatic nerve defect
repaired through this conduit was similar to that obtained using
a silicone guide previously tested. Gelatin cross-linking with
bisvinylsulfonemethyl reduces gelatin swelling and improves its
mechanical properties; moreover, unlike other gelatin conduits,
this nerve guide is transparent (Ko et al., 2017).

A different study exploited gelatin proper characteristics to
be used as protection around a rat sciatic nerve repaired with
end-to-end technique. This scaffold possessed low mechanical
strength: it collapsed and adhered to the repaired nerve, like
a sheath. It was observed that the use of this scaffold around
the nerve reduces scar formation, slows down inflammatory cell
arrival, and shows better results in comparison to end-to-end
repaired nerve unprotected by gelatin (Tao et al,, 2017). To avoid
gelatin tube collapse, recently a gelatin based-tube was stabilized
with titanium micro-rods (Uranues et al., 2020). This conduit
was tested for 8 weeks in mini-pig models to repair 6 mm sciatic
nerve gaps and results similar to those obtained with a direct
coaptation of the same gap were obtained at morphological,
electrophysiological and functional level. Nevertheless, despite
the conduit does not generate any immune response, titanium is
synthetic and not biodegradable, thus reducing the attractiveness
toward a gelatin conduit which is otherwise of natural origin
and biodegradable.

Indeed, due to its weak mechanical strength and its rapid
degradation, most of the gelatin-based scaffolds have been
prepared using gelatin combined with other biomaterials of

different origins, such as chitosan (Nie et al., 2014) or bioglasses
used to produce conduits (Koudehi et al, 2014); or poly-L-
lactic acid (PLLA) (Binan et al,, 2014) and polycaprolactone
(PCL) (Vatankhah et al, 2014) to obtain electrospun mats,
Thanks to its chemical properties and its degradation kinetics,
the gelatin scaffold can easily incorporate bioactive molecules
which can be gradually released during scaffold degradation
(Chen P. R. et al., 2005).

Silk Fibroin

Silk proteins are synthesized in the silk glands of arthropods
like spiders and silkworms, and during metamorphosis
it is spun in fibers. The main source of silk fibroin for
human applications is silkworm, in particular Bombyx
mori, which is extensively used in the textile industry and
allows obtaining a high silk yield in comparison to spiders.
Moreover, spider silk use is restricted for the less silk yield, for
their cannibalistic behavior and their heterogeneity in nature
(Pérez-Rigueiro et al, 2005; Omenetto and Kaplan, 2010;
Radtke, 2016). Silk fibroin use is economically advantageous,
in comparison to other natural-based biomaterials, because
of its easy and cheap purification processes and its large-
scale availability exploiting silk industry infrastructures
(Kundu et al., 2013).

Silk fibroin possesses characteristics that suggest its use
in biomedical applications: it contains repeated aminoacidic
sequences, which determine the formation of a high number of
f-sheets, which confer good mechanical properties (i.e., elasticity,
flexibility, and high resistance to fracture and compression)
and influence its degradation. Silk is biodegradable and it
is slowly degraded by proteolytic enzymes (Altman et al,
2003; Yang et al, 2007a; Cao and Wang, 2009; Keten et al,
2010); its degradation is also influenced by silk processing
methods: silk with a high crystal content ensures a low
degradation rate (Wang et al, 2008c; Li et al, 2019).
Nevertheless, these characteristics are attributed to native silk
fibers, while silk derived from silk fibroin solutions are generally
weak and fragile.

Silk fibroin biocompatibility is well established as silkworm-
derived silk is widely used in clinical practice for surgical
sutures (Cao and Wang, 2009). The absence of cytotoxicity was
demonstrated both in vitro and in vivo. Studies on dorsal root
ganglia, primary cultures of Schwann cells and embryonic rat
hippocampal neurons showed no deleterious effects (Yang et al.,
2007a; Tang et al., 2009; Zhao et al., 2013).

Nerve conduits made by silk fibroin obtained from both
spiders and silkworms were able to bridge peripheral nerve
gaps and to guide nerve regeneration. Although different studies
confirmed that spider silk conduits promote nerve regeneration
(Allmeling et al., 2008; Radtke et al., 2011; Huang et al, 2012),
here we focused our attention on Bombyx mori derived silk
fibroin, since it is the most available source. Silk conduits
with different characteristics were tested over time with success
(Table 3). Yang et al. (2007b) developed a silk fibroin conduit
with oriented filaments inside which gives results close to those
obtained with autograft in bridging a 10 mm rat sciatic nerve
gap. This conduit is biocompatible, showing no signs of adverse
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immune response 6 months after the implantation, it is porous
and its pore size is appropriate to allow nutrient exchange and
to block unwanted cell inflow; it also possesses good mechanical
strength, it is resistant to the surrounding muscular contraction
and maintains its original shape. The conduit starts to be
degraded 6 months after implantation.

Despite Yangs conduit was obtained through freeze-drying
processing, Park et al. (2015) produced a porous silk conduit
through the electrospinning technique. This guide possesses
mechanical characteristics similar to the freeze-drying conduit,
but its wall is thinner and the conduit production method is
easier. The electrospun conduit was used to bridge 10 mm nerve
defects and a restore in motor function was observed 10 weeks
after the repair in a rat model.

Multilayered silk conduits were produced and tested
to obtain suitable characteristics for a nerve regeneration
comparable with those obtained with gold standard repair
techniques. Belanger et al. (2018) developed a tri-layered silk
conduit, composed by two perpendicular layers of aligned
fibers outside and one inner layer of random fibers, and
compared its performance in nerve repair to a direct suture
to repair 5 mm sciatic nerve defect. The device structure
increases its inner surface area, improving axonal regrowth
in terms of myelin thickness and axon diameter 8 weeks
after the repair, even if no significant differences are observed
in comparison to end-to-end repaired nerves. Nevertheless,
conduit use is favorable since it reduces nerve tensioning
during regeneration in comparison to end-to-end repair
technique; moreover, this conduit is also easy to suture
and possesses an optimized surface architecture and good
mechanical properties.

Another tri-layered silk scaffold, used to repair a 10 mm
gap and compared with autograft, consists of a textile layer
interposed between two electrospun layers with controlled wall
thickness and porosity (Alessandrino et al.,, 2019). In vifro assays
carried out with Schwann cell and motor neuron cell lines
demonstrated its biocompatibility, which was also confirmed
by in vivo experiments: no inflammatory response and scar
formation around the implant were observed 2 weeks after the
repair. This short-term study showed early cellular colonization
and a progressive axonal regrowth.

Since native silk confers good tensile and mechanical
properties to conduits, and conduits produced with fibroin
solutions do not possess the same characteristics, silk fibroin
obtained from fibroin solutions could be blended with different
biomaterials to reach adequate mechanical properties (Wang
and Cai, 2010; Xu et al, 2016). Blending silk fibroin with
synthetic biomaterial could also be a strategy to improve synthetic
conduit performance and biocompatibility, since silk fibroin
could stimulate fibroblast proliferation and VEGF secretion,
which results in improved angiogenesis inside the conduit,
proven to positively influence nerve regeneration (Wang et al,,
2018a). Silk fibroin could also be blended with natural biomaterial
such as collagen, indeed a silk fibroin-collagen nerve conduit, on
which adipose-derived stem cells were co-cultured with Schwann
cells, showed good results with nerve regeneration acceleration
(Xu et al., 2016).

Fibrin

Fibrin is a fibrillar protein formed during blood clotting. Fibrin
is mainly involved in hemostasis, but it plays a role in wound
healing by forming a temporary matrix (Park and Woo, 2018).

Due to its role in hemostasis, it is widely used in clinical
practice as a surgical glue (Albala and Lawson, 2006) and it
has also been used to join nerve stumps with successful results
(Ornelas et al., 2006a,b). Fibrin glue is biocompatible, and can be
obtained from donors or can be acquired by different companies
for clinical practice (Le Guéhennec et al., 2004), nevertheless, it
can be obtained from the patient since it has been demonstrated
that cell survival is better on autologous fibrin scaffolds (De la
Puente and Ludena, 2014).

The mechanical properties of this biomaterial are easily
and highly tunable varying fibrin concentration and processing
temperatures (Bruekers et al, 2016). However, since fibrin
degradation rate is high, antifibrinolytic agents are necessary to
prevent the conduit lysis (Rowe et al., 2007).

As well as for its high biocompatibility, fibrin can be used as
a scaffold in tissue engineering thanks to its versatility, indeed
its dissolving and coagulation characteristics can be modified by
changing the dilution (Bensaid et al, 2003; Fang et al., 2004).
Thanks to fibrin adhesive characteristics, this type of conduit
could be not sutured; nevertheless, a recent study demonstrated
that sutureless nerve repair with fibrin conduit fails to maintain
nerve connections due to poor mechanical stretch resistance
(Wang et al., 2018b).

Different fibrin conduits were tested over time with success
(Table 3). Kalbermatten et al. (2009) demonstrated the
effectiveness in rat sciatic nerve regeneration of a conduit
made by fibrin glue to repair 10 mm defects. Also, the fibrin
conduit demonstrated a better axon regeneration length in
comparison with PHB conduits 2 weeks after the repair and
after 28 days axon full crossing was observed. This conduit does
not collapse, supports axonal sprouting and is porous, allowing
nutrient inflow, but at the same time its surface prevents fibrous
tissue formation (Takazawa et al, 2005). Recently, the same
fibrin conduit 14 mm long, filled with fibrin matrix or fibrin
matrix containing human mesenchymal stem cells, was used to
repair a 10 mm gap in rat sciatic nerve and after 3 months axon
regeneration and a reduction in muscle atrophy were observed
(McGrath et al, 2018), confirming its effectiveness in nerve
repair promotion.

Keratin
The use of keratin as a biomaterial was the focus of several
researches in the last four decades. “Hard” keratin proteins can
be isolated from protective tissues such as hooves, nails and
hairs, that contain structural proteins that are more resistant
than “soft” keratin derived from cytoskeletal elements found in
epithelial tissues (Hill et al., 2010). Human hair is a highly ornate
superstructure composed of fibers that are self-assembled in the
follicle, that are regulated by more than 30 cytokines and growth
factors (Lyons et al., 1990; Jones et al., 1991; Hardy, 1992; Blessing
et al, 1993; Stenn et al,, 1994; Motonobu et al., 2013).

Keratin was demonstrated to be biocompatible, biodegradable,
bioactive and it possesses a hydrophilic surface, which is absent
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in many synthetic polymers. Nevertheless, the practical use of
keratin-based biomaterials is [imited due to its poor physical and
mechanical properties (fast degradation rate and low molecular
weight) that can be improved using various cross-linking agents
(Rajabi et al., 2020). Keratin itself has too weak mechanical
resistance to be used alone as a nerve conduit, indeed it is largely
used as conduit filler.

Because of its neuroinductive capability (Apel et al.,, 2008;
Pace et al., 2013), human keratin has proven to be effective in
promoting nerve regeneration in short gaps (5-15 mm) if used as
hydrogel-filler for conduits in mouse (Apel et al., 2008; Sierpinski
etal.,2008), rat (Lin etal., 2012; Pace et al., 2013), rabbit (Hu et al.,
2003; Hill et al., 2011), and macaque models (Pace et al., 2014).

Besides, Gupta and Nayak used keratin as a protein source
for scaffold fabrication and they succeeded to produce a
keratin/alginate scaffold for tissue engineering applications. This
scaffold was never used in vivo for peripheral nerve repair
assessment, even if in vitro experiments reported promising
results (Gupta and Nayak, 2016).

Polyesters

Polyesters are natural biodegradable biopolymers, which can
be obtained from renewable resources; among them the
polyhydroxyalkanoates (PHA) family is the most successful one
in tissue engineering applications (Anjum et al,, 2016; Basnett
et al, 2017). PHAs, which possess properties similar to the
conventional petrochemical polymers, are usually produced by
bacterial and archaeal fermentation in conditions of nutrient
depletion or excess of carbon sources and are accumulated
within their cytoplasm (Chen, 2010; Rodriguez-Contreras,
2019). PHA family members differ widely in their structure
and properties depending on the type of microorganism,
biosynthesis conditions, and on which carbon source was
used during the production process (Licciardello et al., 2019;
Mozejko-Ciesielska et al., 2019).

The specific advantage of PHA is its stable local pH during
degradation, which improves its biocompatibility in comparison
to other biomaterials used for medical devices (Koller, 2018).
Nevertheless, PHA production has high costs, which could be
reduced by different strategies, which include the development
of recombinant microorganisms able to produce large PHA
amounts, as recently reviewed by Zheng et al. (2020),

Poly (3-hydroxybutyric acid) and poly (3-hydroxybutyric
acid-co-3-hydroxyvaleric acid) are the most widely studied
members of this family. These polymers can be easily processed
to obtain conduits using different production methods such
as extrusion, electrospinning and rolling sheets on a mandrel
(Arslantunali et al., 2014) and several preclinical studies on nerve
regeneration using these PHA-based conduits were carried out
with successful results (Table 4).

Poly (3-Hydroxybutyric Acid) (PHB)

Poly (3-hydroxybutyric acid) is the main polymer of the PHA
family (Zhuikov et al., 2020). It is an innovative product of natural
origin, obtained from bacterial fermentation, with potential
characteristics including biodegradability and biocompatibility.
Its promising applications as a biomaterial in different fields

of tissue engineering (Wu et al, 2009; Bagdadi et al,, 2018)
and of peripheral nerve regeneration have been documented
(Young et al,, 2002). PHB conduits possess good mechanical
and physical features, which can be modified by different
production methods (Masaeli et al., 2012). Moreover, they
are biodegradable, even if reabsorption time is long (over
2 vyears) and show early vascularization after implantation
(Mohanna et al., 2005). PHB stability could be a disadvantage
for short-term applications, but it is useful for long-term
nerve reconstructions.

The PHB has been used as an alternative to direct epineural
repair (Aberg et al,, 2009) and to bridge short and long nerve
defects. PHB conduits have been successfully used to repair a
10 mm gap in rat sciatic nerves up to 30 days; low levels of
inflammatory infiltration were detected, macrophage levels were
similar to those of rat nerves repaired with autograft and a good
axon regrowth was observed. No failure in nerve regeneration
was observed at all (Hazari et al., 1999).

For long nerve gaps, PHB conduits were tested on rabbits.
Using the rabbit common peroneal nerve model, empty PHB
conduits effectiveness was assessed across 2, 3, and 4 cm
nerve defects up to 63 days. This study demonstrated good
nerve regeneration across long gaps (Young et al, 2002).
Nevertheless, regeneration through a hollow guide for long
gaps can be enhanced through the addition of trophic factors,
such as the glial growth factor/neuregulinl (GGE/NRGI1),
which was resuspended in an alginate hydrogel used to
bridge 2-4 cm gaps in rabbit common peroneal nerve with
successful results both in short- and long-term (120 days)
experimental conditions (Mohanna et al., 2003, 2005). These
data suggest that PHB nerve conduits are suitable for long-gap
nerve injury repair.

Due to their success in nerve regeneration, PHB conduits had
been also used to compare fibrin glue conduits (Kalbermatten
et al, 2009) and afterward the same authors also used a
PHB conduit to evaluate the potentiality of an internal filler
composed by a fibrin matrix loaded with Schwann cells or
differentiated mesenchymal stem cells to repair 10 mm gaps
in rat (Kalbermatten et al., 2008b). As an alternative to PHB
nerve guides, PHB strips seeded with Schwann cells were used
to bridge a 10 mm sciatic nerve gap in rats, since strips can
provide a direct contact among the biomaterials, cells and
surrounding tissues. PHB strips seem to support the early
stages of nerve regeneration and show a fast regeneration
2 weeks after the repair (Kalbermatten et al., 2008a). More
recently, the same authors tested PHB strips seeded with
Schwann cells or with adipose-derived stem cells in a long-
term study (12 months). Animals treated with enriched strips
showed a better functional recovery in comparison with
control animals treated without cells, with a higher number of
axons reaching the distal stump and reduced muscle atrophy
(Schaakxs et al., 2017).

Since chitosan reduced PHB crystallization, these biomaterials
were successfully used in combination to produce aligned fibers
by electrospinning technique to produce scaffolds for nerve tissue
engineering (Karimi et al., 2018). Synthetic biomaterials such
as polycaprolactone were also successfully used to be blended

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org

chrome-extension://dagcmkpagjlhakfdhnbomgmjdpkdkliff/fenhanced-reader.html?openApp&pdf=https%3A%2F %2Fwww.frontiersin.org%2Farticl...

October 2020 | Volume B | Article 554257

14/26



Natural-Based Biomaterials for Peripheral Nerve Injury Repair | Enhanced Reader

12/11/2020

Natural-Based Nerve Conduits

Fornasari et al.

{panunuan)

‘dncul pluswuedxe yeiBoine sy pue dnaiB ynpuco

ABHd Ussmisq penssqo slem uoinauis|p Jeisweip Jsqy
aAlaU pajeuBAL PUB LONBAISULISI S[DSNLU [218[8NS JeLuIg -
‘PBAJBSOO Sem AUNUNUOD BABU JO Buolsal & A|eaidoosoloe| -

Yeub susu B U paAssyo 1Byl Upm depsao AN 1ou pip
S1NPUOD gHd Ul uoieisusbal sasU jo 1UNOWe pue sjel el -

"HNPUOD GHd U| peAasqo aiem uojelausbal

anleu poof B pue Loeaul AOTELULIBYU| 1O [BAG| MO -

‘|[em JNpUoo aLy yBnaauy

puUE Spus eaeu 1B paAlesgo sem siseusboBue pook) -

defi wo ¢ jo uopelsustial endsu jeieydiued [elundo
LIBISNS O JUSIns eq jou ABw INpUos gHd Aldwe uy -

“UNPUOD Hd 8U} o

sie Buo| sy) o) peubije sienm sieqy arau Buneisusbol ey -

'DaZIE|NOSEA [[BA BLU0S8] PRy aan] gHd LU

TEUY JUBpIAB AEDICODS0I0BL SEM }l 'SPIBMUO SABD | Z WOl -

‘ginsdea-opnasd Uiy Alsa e Ag pessaoo

80 O} pUNCY el Saqn) gHd sU) siuod 1ssey |2 1y -

‘sa|dwes sppsnL pug
anau Joj (OH| pue Adooscuoiw JuBl) sisAeue [eoiBojoydioy -
‘Uoneniens enidoosoioely -

'SHIUOW 7 40} INPUOO ABHA
SNOIIOUEL Uim pauedal defi aasu oeings jes W o -
UNPUDD 8Ul UG WIS -

‘sa/laU Oye(0s Jeu u) def aaisu Wil | Jo Jredai teye
sfep ne uojeseusbal erdeu Jo uohenBne fesiBojoydic -

"UNPUOD Hd UM

peJreds; 108jep ensu [EpUCIBd JQQEI LD | J8YE SAEP £9
0} dn uonersusbial aasU 10 UDNENEAE [eaiBojoudiop -
‘uoiEesqo endassoucepy -

WNPUOD B UEIGO ©1 jeay
LjjiM pR[EES pUE POl [BolpuiAn B punole
pa|j0d S188YS UNdSta10s|e SnoiayousN

£480) gHd pessaldwos jo Bupsisuoo
(uspamg 'Buogelon ‘Lo Bisy)
S188US HHd LU0 pauEelqo sinpuay

S18q)} gH4 pessaudwion jo Bupsisuos
(uepamg 'Biogelon Yol eisy)
51885 HHd WO pauBige synpuon

SELOZ Ve 1e Jezey AgdHd

6661 e 10 LezeH

Z00Z e 18 Bunoa,

‘SeWIUE (B

uj scief Wa 4 puE Z 8Ly} SS0I0e palinaoo pey uajeslabay -

“8|qR1ij-uou

puE ASUBISISUOD L LWL 'B|gxall 2lam s8an] gHd BUL -

‘panesgo

SUEM UDHBLULLERYU| 8nssi) jO souapiie J1doaSaIoew oy -

‘PRZUBNOSEA ([Bi |18 8am pue snsdea-opnasd
SNoIQY B AQ PRISACO 818M SHNPUCT '1SSAIBY 1y -

‘safiejusaad ssewl 8josNW J0 850| pue AydoJie Jo UojEnEAT -

'sdeb snsu [eaucuad 1OURI WD 1 10 7 J0 Jiedsd sl Jeye
shep 0z | uonessuabal aalsu jo Lolen s [EolBojoLdiop] -
"UDIEABSTO (E0I00IS0IDB|A -

S480)L gH4 pessaudwos jo Bujsisuos
(uspamg ‘Biogsion 'Uosl Basy)
Sj9els gHd Lol pauEiqe §npuos

002
"'[e 18 BUUBLOW

‘ABojoycliow pug juswiyoene

/80 J0} BIEASYNS 481180 B 80 UBD SPIOJESS snoJquouey -

‘seiusdoud [eoiuByosL JolalUl Ing Aygesusd

PUE A))IqERBM BIOL PBMOUS SPIOHEDS PBYIES|-JjeS Bu| -

s)nsay

'SISATBUB QA Uf -

‘(Apsoiod

pue a)fue 1981U02 JILWBUAD ‘SninpoLl pue WiBusains eysus))
seipadoud [2215ALd PUEB [BOJUBYISL |0 UOIENEAS JINPUOYD -

sasfjeuy

‘saunpascud
Buiyoes|-es pue Buuuidsonoeg

uoponpoad JINPUOd Jo poLIdN

2107 "2 10 |eesey aHd

EERITETETE)

'synpuoo-peseq JeseAod Uo saipnis JueAsieH | ¢ 318VL

October 2020 | Volume B | Article 554257

15

Frontiers in Bioengineering and Biotechnology | www frontiersin.org

15/26

chrome-extension://dagcmkpagjlhakfdhnbomgmjdpkdkliff/fenhanced-reader.html?openApp&pdf=https%3A%2F %2Fwww.frontiersin.org%2Farticl...



Natural-Based Biomaterials for Peripheral Nerve Injury Repair | Enhanced Reader

12/11/2020

Natural-Based Nerve Conduits

Fornasari et al.

‘sdncoub
[elUBWLEdXE |8 40} PaAIBSO0 SEM ABADIBI [BUCHOUNS -
Jedsi sy) Jaye
sxpam g 'dnoub yeiBolne syl jo 850U} USL|] PIZUBINISEA
aiol asem dnoJB ynpuos AgSHJ eul Jo sendeu BunessusBsay -
"SSELOIL) Uleaus uishw
PUE 180WInU UOXE 10 SUIISY Ul PEIDEISRH SuBm S8OLSISID ON -
‘uonelsuabal Jaise) pue Jayeq
e sluasaud dnoufl yeibBoine || usse ‘yriBolne UM paaasqo
1EUI O} JB|ILUIS SEM HINPUDD au} spisul UojieieusBel smep -

‘uoneleusbal
BMBU pascidLll U pue Asaaosd [BUOIIBUN) JBleq o) pes|
S)NPUOD 8L Y UCIBUIGIOD Ul Yoeoidde §|2-Hiw-2494 -
‘809 Ui dnoub jeluswusdxe
U} U peonpad sem SLOXE pajBueALL o Jaguunu sy -
'stinoub eruswisdxa
e Ul pejosuuaosl AJnjssesons aiem SeaBu DIBIng -

'adnauf Eusadxs Jnpuos

Jog 40} PRAISSCO SEM AIBADDEI UOJOUN AJOSUSS PUB JOIOW -
‘sdnoJf [ejusluuadxe JNPUoD L1og o) periasqo

auam S1ad)) peleuledlu pue pesoisad sem AINUuUoD eaap -
‘pAABSOD SE SBASL

patessuabal U 20 B puR UuemLog Jo soussaid Bl -

‘sisAeue eoiboosiydonoee pue Buciound -

usLissasse [esiBojoyduow pus uoieresgo (eodoosOIoB|N -
'SLIUOW ¢ pUB ‘g ' | 10} Inpuos

AEHd 29Ul Ui pededal sEM 198j8p aaeU DIB9S 1B LW G -

148 pue sisfleue Hemien) sisABuE ABAC08) BUSHOUNS -
‘(DHI pUe Adoosouoiu

Wby sisfjeue eoifojoydiow pue uoleness eadoosoioep -
'Sieam Q| 40} SOSY PRONPU-g|2-HItl-24D4 10 (sO8Y) silga
wisis fewiyouassiu paaisp-esodipe yim payoLUs Jo suole

UNPUCS 8UY) Ljim Jedas sem 108j9p 88U RIS T8I LW Q) -

‘UCHoUN; JOJOW pUB AIDBUSS BI0IE8) LORoUn

SAIHEDIN0U PUB J0J0W BIENEAS D} SISABUE [BIOINBUSH -
'g8|dLLes 8|08NLWU PUB BABL

uo sisfjeue [eoibojoydiow pue uolen|eAs [EDIdoss0IDe -
*SUILOLW {7 J0) 51180 UUEMUDSS LM 10U JO pelouues Inpuos

BAHd Ui peujedas auam delfl erssu 2118108 184 LUW OF -
{uoleneas saipsdoud

[eaisAyd pue [BolLBUDSLL WIS) UCBZUSIoRIBLD YNELCD) -

‘anbiuyos) Buuudsonoee
yBnoly) pauislqo sisquousy
pejuslo AQ 8peLL INPUoS AgHd

"SYNPLOD
peseq-pgHd snoiquousu paubiny

‘sigjen Uool)is paweyedoioiu
Ojuc paubissp YNPUCO AgHd

clog
“IE j@ ye|iqUieg

AL0T e 4 nH

PLOZ [ 18 LRy

(yziBoine 1o YNpuos AHH4) sdnoib ejusiuuadxs ujog
U} JB|ILLIS S8Aa AUBA008I [BLONOLING BALCB0IN0U PUR IO -

synsay

‘pauubusd sis (AOUBIE] XaUa) [BMBIDUIM) ABA00DE)
Aosuss pue (sisffeuR pal-uado 'jse) BuILLLLImS ‘1Sl
|eanisod sosusixe ‘sishjeue soel) Bupjem 'sisfjeue peaids
80} ‘gBue Jnc B0]) JOIOW SSOSSE 0} 51581 [eioineled usleyid -
'SLIUOW ¢ 40} INPLOD AGHd
snaugouel Yiam pauedal defi areu on@Ios B LWL OF -
UNPLOD 8L UC NS -

sash|euy

“Jnpuos
2 UIBIGe O} J88Y LM pajeas pue
p8||01 S188LS UNASCIi0s(a SNoUaoUEN

uopanpoad JINPUod Jo poLiay

QeLOE (2 18 Jezeig

saoualajey

penunuod | ¢ 318vL

October 2020 | Volume B | Article 554257

16

Frontiers in Bioengineering and Biotechnology | www frontiersin.org

16/26

chrome-extension://dagcmkpagjlhakfdhnbomgmjdpkdkliff/fenhanced-reader.html?openApp&pdf=https%3A%2F %2Fwww.frontiersin.org%2Farticl...



12/11/2020

Fornasari et al.

Natural-Based Biomaterials for Peripheral Nerve Injury Repair | Enhanced Reader

Natural-Based Nerve Conduits

with PHB, to produce nerve guides with requested characteristics
(Hiniiber et al., 2014).

Poly (3-Hydroxybutyrate-Co-hydroxyvalerate) (PHBV)
Since PHB has some disadvantages, such as fragility, lack of
hydrophilicity and tendency to crystallize, characteristics which
reduce flexibility and ductility of the conduit, the copolymer
PHBV was made to compensate these disadvantages of PHB
in order to improve the physic-chemical properties of that
biomaterial (Zhuikov et al, 2020). In this way, mechanical
properties can be modulated by co-polymerization of PHB
with hydroxyvalerate to form PHBV biopolymer (Koller, 2018),
considered more flexible and easier to process, even if it presents
some disadvantages such as a narrow processing window and a
low strain-at-break in comparison to petroleum-based synthetic
polymers (Zhao and Turng, 2015).

Biazar et al. (2013c) used a PHBV fibrous tubular conduit
produced by electrospinning technique to repair a 30 mm gap
in rat sciatic nerve with satisfactory results within 4 months,
with skeletal muscle reinnervation and a myelinated nerve
fiber diameter distribution similar to that of the autograft
experimental group. Beyond its high porosity (about 95%) and
biocompatibility, this conduit is easy to handle and to suture;
it is flexible and can also be bent up to 180° and then it
restores its original shape. The histomorphological study and
behavioral tests confirmed and strongly supported the use of
this conduit to repair 30 mm nerve gaps (Biazar et al., 2013b).
The same experiments performed with PHBV fibrous conduit
were replicated with the introduction of Schwann cells inside the
conduit, confirming its effectiveness (Biazar and Heidari Keshel,
2013; Biazar et al., 2013a).

PHBYV efficacy in nerve repair was also tested through the
production of a PHBV conduit made by micropatterned wafers
(Karimi et al., 2014). The authors observed, in rat sciatic nerve,
sensory and motor function recovery 4 months after a 30 mm gap
repair with a PHVB conduit enriched or not with Schwann cells.

Also aligned nanofibrous PHBV-based conduits were tested
to repair nerve injuries. Hu F. et al. (2017) repaired 10 mm rat
sciatic nerve defect up to 10 weeks, with aligned electrospun
nanofibres conduit alone or enriched with adipose-derived
mesenchymal stem cells (ASCs) or FGF2-miR-218-induced
ASCs, demonstrating that FGF2-miR-218 induction approach
combined with the presence of the PHBV scaffold improves
nerve regeneration. In another study, the PHBV biopolymer
was derived from Alcaligenes eutrophus using a nitrogen-
rich medium and an excess of carbon source. A conduit
composed of PHBV oriented nanofibers, used to repair a
10 mm nerve gap, was obtained by electrospinning technique
and, to prevent a collapse, the conduit was filled with a
drop of 1% agarose (Demirbilek et al, 2015). Nevertheless,
the PHBV tendency to collapse was not observed in the
other studies reported in this paragraph, even in presence
of longer gaps. Functional and morphological analyses were
performed 2 and 4 months after the repair (functional recovery
was also tested after 1 month) and it was demonstrated
that nerve regeneration is similar to that observed with
autograft, even if the autograft group presents a better and

faster regeneration in comparison to the PHBV conduit group
(Demirbilek et al., 2015). Interestingly, regenerating nerves of
the PHBV conduit group were more vascularized then those
of the autograft group 8 weeks after the repair; the presence
of blood vessels should sustain nerve regeneration by allowing
nutrient inflow.

A nanofibrous PHBV conduit cross-linked with chitosan
was obtained and showed its suitable physical, mechanical,
and structural properties to promote nerve regeneration after a
10 mm gap repair, up to 4 months. The conduit was also enriched
with Schwann cells, which adhere well to the fibrous scaffold
(Biazar and Keshel, 2013).

FUTURE TRENDS IN THE DESIGN OF
NGCs USING NATURAL-BASED
BIOMATERIALS

Conventional processing technologies associated with surface
modification approaches have been successfully applied in the
NGC development so far (Chiono and Tonda-Turo, 2015).
Natural-based biopolymers were processed mainly through
the casting of porous membranes and subsequent wrapping,
electrospinning and dip-molding technologies to obtain
channels. However, these methods do not allow to obtain
some suitable mechanical characteristics or to obtain complex
geometry as well as to encapsulate biological cues such as growth
factors and nerve supporting cells into the conduit to enhance the
regeneration process. Recently, non-conventional technologies
have raised interest as an alternative to process natural-based
polymers to form NGCs (Johnson and Jia, 2016). Among others,
3D bioprinting offers unique features to allow customized
geometry via clinical imaging of damaged nerve including
biological cues within the fabrication process enhancing the
effectiveness of the biological stimuli after in vivo implantation.
Maiti and Diaz (2018) have recently revised the use of bio-inks as
forming materials for the development of NGCs, highlighting the
superiority of natural-based biopolymers compared to synthetic
ones. Furthermore, recent results reported the possibility to
produce nerve guidance channels as well as lumen loading
cells and the establishment of growth factor gradients along
the length of a nerve guide using 3D bioprinting (Petcu et al.,
2018). On the other hand, recent innovations on biomaterials
design are being directed toward the use of modified natural
polymers to confer improved mechanical properties (No¢ et al.,
2020; Tonda-Turo et al,, 2020). The use of methacrylate natural
polymers is currently wildly applied to form complex geometries
using additive manufacturing. Among others, methacrylated
gelatin (GelMA), thanks to its biocompatibility and mechanical
tunability, has been applied in many fields of tissue engineering
and NGC having multiple channel geometries have been
produced through 3D bioprinting of GelMA (Ye et al., 2020).
3D printed GelMA hydrogels have been tested as nerve conduits
showing promising results. The high hydrophilicity of this
biomaterial allows the incorporation of nanoparticles (Tao et al.,
2019; Xu et al., 2019) or platelets (Tao et al., 2020b) to increase
peripheral nerve regeneration and functional recovery.
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CONCLUSION

Conduits obtained from natural-based biomaterials share many
characteristics with synthetic ones, which are also suitable for
their use in peripheral nerve regeneration. Nevertheless, the
advantage of natural biopolymers is not only their higher
biocompatibility, but more relevant is the fact that these
polymers can be extracted by different renewable sources and
some of them can be obtained from wasted food. Currently,
renewable source use is of fundamental interest for the world
populations to enhance sustainability, environmental protection
and to preserve human well-being. Even the patient itself
could be the source of the biomaterial for the conduit
production, like in the case of fibrin and keratin, thus
reducing the risk of rejection and increasing cell survival and
nerve regeneration.

Another important aspect to consider is that natural-based
biomaterials are bioactive. In the literature the attention is
mainly focused on the bioactivity effect on nerve regeneration,
suggesting that the release of neurotrophic factors or the presence
of bioactive binding sites inside a conduit positively influences
nerve regeneration. Synthetic materials hold the promise that
their properties can easily be tuned and controlled; however,
they lack sites for specific proteins to bind and cells to interact
with, so there is insufficient integration with the native tissue.
Thus, different strategies are used by researchers to improve
conduit performance, such as the introduction of internal
filler hydrogels or cells releasing neurotrophic factors or the
direct modification of the conduit. Some conduits are directly
modified to obtain a covalent attachment of biochemical cues
such as proteins, peptide sequences, and growth factors to
improve their bioactivity. Natural materials have the advantage
of conferring the needed biological sites for proteins to bind
and biological cues for cell behavior to be controlled. This
bioactivity is less under control in comparison to that of synthetic
biomaterials, nevertheless, in most cases, as previously reported,
the release of molecules, such as chito-oligosaccharides (Gong
et al, 2009; Zhao et al, 2017), improves nerve regeneration
without interfering with other biological processes. In the
literature, most of preclinical studies pay more attention to
nerve regeneration inside the conduit and biomaterial local
effects in the implantation site rather than on possible systemic
consequences. Indeed, few studies consider the systemic effect
of the biomaterials, which could be a strategy to address the
problems of the non-controlled multi-bioactivity of the different
biopolymers. Nevertheless, researchers tend to consider as a
good characteristic the presence of bioactive sites on natural
biopolymers, rather than consider it as a problem. Furthermore,
some authors believe that a natural biomaterial, such as silk,
requires to be modified through different strategies, to increase
its bioactivity (Magaz et al., 2018).

As well as biomaterials in general, natural-based biomaterials
described in this manuscript present advantages and
disadvantages (Table 1), and some of them are more suitable
for being used as nerve conduits or as internal filler of the
conduits. To overcome natural biomaterial limitations, a
successful strategy is biomaterial blending. The combination of

natural-based biomaterials with synthetic ones can enhance the
poor mechanical characteristics of the natural ones, while thanks
to their higher biocompatibility, natural biomaterial blending
reduces inflammatory response induced by synthetic materials
(Nectow et al., 2012). Also, natural-based biomaterial blending
could be a successful strategy since it could allow using natural
biomaterial commonly used as an internal filler (as alginate) to
obtain conduits, exploiting the mechanical strength of other ones
like chitosan (Pfister et al., 2007a).

Finally, it appears increasingly clear that a universal ideal
conduit is difficult to be produced since conduit properties have
to be evaluated case by case according to the gap length, but
also on the implant anatomical district. Also, for conduit wall
fitting nerve diameter should be taken into account and nerve
elasticity changes depending on nerve size (~21,188 Pa for a pig
sciatic nerve and ~10,910,000 Pa for a human median nerve)
and on how distal the nerve lesion is from the spinal cord
(Stouthandel et al, 2020). Then, it must be considered that
when Young’s modulus is reported in the validation studies of
a biomaterial, only partial information is given referring to the
NGC outer layer mechanical behavior, a characteristic which can
be modified by the biomaterial dryness (De Masi et al., 2019) and
by the concentration and type of fillers that generally increase
the NGC stiffness (Ryan et al., 2017; Tonda-Turo et al., 2017a;
Vijayavenkataraman et al., 2019).

In addition, in preclinical studies other information about
conduit manufacturing and some details about conduit
characteristics are often missing, such as wall thickness
or porosity, which could be useful to understand how
nerve regeneration is influenced by conduit properties.
Furthermore, the conduit properties often are not described
with quantitative parameters that could allow standardization of
criteria and protocols.

Moreover, even if some characteristics of an ideal conduit
are well outlined, such as biocompatibility, other more complex
like conduit degradation or wall thickness, which influences
conduit permeability and porosity, are non-solved required
properties, which need further investigations. Consequently,
despite conduits showed to efficiently support nerve regeneration
and are often successfully used, nerve autografts continue to be
the gold standard technique for repairing long nerve defects, thus
highlighting the need to develop more effective alternatives.
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