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Abstract: Chondroitin sulfates (CS) are a class of sulfated glycosaminoglycans involved in many
biological processes. Several studies reported their protective effect against neurodegenerative
conditions like Alzheimer’s disease. CS are commonly derived from animal sources, but ethi-
cal concerns, the risk of contamination with animal proteins, and the difficulty in controlling the
sulfation pattern have prompted research towards non-animal sources. Here we exploited two
microbiological-chemical sourced CS (i.e., CS-A,C and CS-A,C,K,L) and Carbopol 974P NF/agarose
semi-interpenetrating polymer networks (i.e., P.NaOH.0 and P.Ethanol.0) to set up a release system,
and tested the neuroprotective role of released CS against H2O2-induced oxidative stress. After
assessing that our CS (1–100 µM) require a 3 h pre-treatment for neuroprotection with SH-SY5Y cells,
we evaluated whether the autoclave type (i.e., N- or B-type) affects hydrogel viscoelastic properties.
We selected B-type autoclaves and repeated the study after loading CS (1 or 0.1 mg CS/0.5 mL gel).
After loading 1 mg CS/0.5 mL gel, we evaluated CS release up to 7 days by 1,9-dimethylmethylene
blue (DMMB) assay and verified the neuroprotective role of CS-A,C (1 µM) in the supernatants. We
observed that CS-A,C exhibits a broader neuroprotective effect than CS-A,C,K,L. Moreover, sulfation
pattern affects not only neuroprotection, but also drug release.

Keywords: sulfation pattern; neuroprotection; hydrogen peroxide; DMMB assay; agarose; Carbomer
homopolymers; Carbopol 974P NF; steam sterilization; viscoelastic properties; drug loading

1. Introduction

Chondroitin sulfates (CS) are a class of glycosaminoglycans (GAGs) widely distributed
in both vertebrates and invertebrates, playing key roles in several biological events. Their
disaccharide-repeating unit can be sulfated to various extents (Figure 1). Interestingly, in CS
sourced from terrestrial animals, sulfate groups are almost exclusively found at positions
C-4 and/or C-6 of N-acetyl-galactosamine (GalNAc) units to give the so-called A,C and E
subunits; while CS from marine organisms often display additional sulfate groups at C-2
and/or C-3 of D-glucuronic acid (GlcA) residues [1].
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Figure 1. (A) Disaccharide-repeating unit of CS, composed of D-glucuronic acid (GlcA) and 2-
acetamido-2-deoxy-D-galactosamine (N-acetyl-galactosamine, GalNAc) linked together through 
alternating β-1→3 and β-1→4 glycosidic bonds; (B) sulfation patterns in CS from natural sources (S 
= SO3-). 

Sulfation pattern depends not only on animal species and tissue, but also on the 
physio-pathological conditions (aging, inflammation, tumor formation, etc.). Noteworthy, 
it seems to encode functional information in a plethora of physiological and pathological 
processes, but only few of them have been unveiled in detail [2]. 

CS form proteoglycans (CSPGs), an essential component of the extracellular matrix 
(ECM), to which they confer peculiar properties. In cartilage, the electrostatic charges due 
to the densely packed sulfate groups provide much of tissue resistance to compression, 
and loss of CS is a major cause of osteoarthritis [3]. In perineuronal nets (PNNs), the 
amount of CSPGs is very limited (about 2% of CSPGs in the nervous system [4,5]), but in 
adults their sulfation pattern differs from that of diffuse ECM [4] and strongly influences 
the formation and binding properties of PNNs [6,7]. PNNs show protective effects against 
tau pathology [8], oxidative stress [9], and calcium-dependent excitotoxicity [10]. In 
Alzheimer’s disease (AD) patients, the number of PNNs is not reduced [11], but a decrease 
in CS is detectable [12], suggesting their neuroprotective effect. CS oligosaccharides may 
bind Aβ fibrils by electrostatic interactions. This promotes the self-assembly of toxic 
oligomeric precursors into harmless fibrils, prevents their interaction with cells and 
mitochondrial membranes [13,14], and blocks the activation of microglial cells [15]. In 
particular, low molecular weight CS reduce cell apoptosis by enhancing the activity of 
antioxidant enzymes [15]. Protective effects of CS against advanced glycation end 
product-induced toxicity, a condition found in diabetes, cardiovascular and neurological 
diseases (e.g., AD, Parkinson’s disease) were described [13], together with anti-
inflammatory, anti-atherosclerotic, immunoregulatory, and antioxidant functions [16,17]. 
In particular, CS antioxidant action against H2O2-induced oxidative stress is mediated by 
HO-1 enzyme [18]. 

Pharmaceutical preparations and dietary supplements exploit CS to treat or prevent 
some diseases [19], the main one being osteoarthritis (e.g., Condrosulf®, Condrosulf 
Unidie, Matrix® [20]). CS from animal sources pose some concerns, such as ethical issues, 
the risk of contamination with animal proteins, and the difficulty in controlling the 
sulfation pattern. For instance, oversulfated CS in heparin lots were identified as the 
etiological agent of severe anaphylactic reactions after intravenous administration [21]. 
For these reasons, a different access to CS has attracted considerable efforts in the last two 
decades [22]. Microbial cell factories represent a promising approach. They can be 
engineered to produce CS directly [23,24] or combined with tailored chemical procedures 
aimed at decorating unsulfated chondroitin with well-defined sulfation patterns [25]. 
Noteworthy, the latter strategy leads to CS polysaccharides with biological responses 
comparable to animal sourced CS with the same sulfation degree [26,27]. 

For the treatment of osteoarthritis, CS are sometimes coupled with glucosamine and 
orally administered (usually 800–1200 mg/day). The absorption from the gastrointestinal 
tract depends on molecular weight, density charge, and hydrophilicity [28]. Since a 
relevant fraction reaches cartilage and other GAG-rich tissues [20], bioavailability is 
limited to 10–20% [29]. To reduce the dose and improve local effects, intra-articular 
injections of CS-loaded hydrogels were proposed [30,31], but the lack of sustained release 
due to joint fluids and the risk of infections were the major disadvantages. Despite the 

Figure 1. (A) Disaccharide-repeating unit of CS, composed of D-glucuronic acid (GlcA) and 2-acetamido-2-deoxy-D-
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Sulfation pattern depends not only on animal species and tissue, but also on the
physio-pathological conditions (aging, inflammation, tumor formation, etc.). Noteworthy,
it seems to encode functional information in a plethora of physiological and pathological
processes, but only few of them have been unveiled in detail [2].

CS form proteoglycans (CSPGs), an essential component of the extracellular matrix
(ECM), to which they confer peculiar properties. In cartilage, the electrostatic charges due
to the densely packed sulfate groups provide much of tissue resistance to compression, and
loss of CS is a major cause of osteoarthritis [3]. In perineuronal nets (PNNs), the amount
of CSPGs is very limited (about 2% of CSPGs in the nervous system [4,5]), but in adults
their sulfation pattern differs from that of diffuse ECM [4] and strongly influences the
formation and binding properties of PNNs [6,7]. PNNs show protective effects against
tau pathology [8], oxidative stress [9], and calcium-dependent excitotoxicity [10]. In
Alzheimer’s disease (AD) patients, the number of PNNs is not reduced [11], but a decrease
in CS is detectable [12], suggesting their neuroprotective effect. CS oligosaccharides
may bind Aβ fibrils by electrostatic interactions. This promotes the self-assembly of
toxic oligomeric precursors into harmless fibrils, prevents their interaction with cells and
mitochondrial membranes [13,14], and blocks the activation of microglial cells [15]. In
particular, low molecular weight CS reduce cell apoptosis by enhancing the activity of
antioxidant enzymes [15]. Protective effects of CS against advanced glycation end product-
induced toxicity, a condition found in diabetes, cardiovascular and neurological diseases
(e.g., AD, Parkinson’s disease) were described [13], together with anti-inflammatory, anti-
atherosclerotic, immunoregulatory, and antioxidant functions [16,17]. In particular, CS
antioxidant action against H2O2-induced oxidative stress is mediated by HO-1 enzyme [18].

Pharmaceutical preparations and dietary supplements exploit CS to treat or prevent
some diseases [19], the main one being osteoarthritis (e.g., Condrosulf®, Condrosulf Unidie,
Matrix® [20]). CS from animal sources pose some concerns, such as ethical issues, the
risk of contamination with animal proteins, and the difficulty in controlling the sulfation
pattern. For instance, oversulfated CS in heparin lots were identified as the etiological agent
of severe anaphylactic reactions after intravenous administration [21]. For these reasons,
a different access to CS has attracted considerable efforts in the last two decades [22].
Microbial cell factories represent a promising approach. They can be engineered to produce
CS directly [23,24] or combined with tailored chemical procedures aimed at decorating
unsulfated chondroitin with well-defined sulfation patterns [25]. Noteworthy, the latter
strategy leads to CS polysaccharides with biological responses comparable to animal
sourced CS with the same sulfation degree [26,27].

For the treatment of osteoarthritis, CS are sometimes coupled with glucosamine and
orally administered (usually 800–1200 mg/day). The absorption from the gastrointestinal
tract depends on molecular weight, density charge, and hydrophilicity [28]. Since a
relevant fraction reaches cartilage and other GAG-rich tissues [20], bioavailability is limited
to 10–20% [29]. To reduce the dose and improve local effects, intra-articular injections of CS-
loaded hydrogels were proposed [30,31], but the lack of sustained release due to joint fluids
and the risk of infections were the major disadvantages. Despite the possible potential
benefits, CS-loaded delivery systems for brain applications have not been described yet.
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Hydrogels are widely exploited for drug delivery. For example, Carbopols® are
mucoadhesive, high molecular weight, crosslinked poyacrylic acids extensively used to
deliver hydrophobic molecules [32], and in ophthalmic [33], topical [34], vaginal [35],
buccal [36], intestinal [37], and nasal [38] preparations. Among them, Carbopol 974P
NF is crosslinked with allyl ethers of pentaerythritol in ethyl acetate and used in several
FDA-approved drugs [39]. Among hydrogels based on natural polymers, agarose can be
exploited for drug release because of its low cost, gelling ability, thermoreversibility and
viscoelastic properties tunable with concentration [40]. Hydrogel preparation is simple and
does not require harsh reagents. Agarose dissolves in boiling water and gels after cooling
below 45 ◦C because of extensive hydrogen bonding between chains, without additional
cross-linking steps. The gelling temperature varies with molecular weight, concentration,
chemical modification of side groups, and presence of destructuring salts [41]. The sol-gel
transition allows for the homogeneous loading and distribution of bioactive molecules
in the sol phase, without any risk of degradation for the thermolabile ones. A further
advantage of thermoreversibility is the possibility to inject the material in situ as a viscous
fluid, thus limiting the invasiveness of the administration.

In a previous study, we combined Carbopol 974P NF and agarose and exploited the
final semi-interpenetrating polymer networks (semi-iPNs) for resveratrol release [42], a
natural polyphenol with poor bioavailability but high therapeutic interest [43], also against
brain disorders. As semi-IPNs, Carbopol 974P NF/agarose hydrogels join two independent
and physically interlocked networks and combine the properties of both components in a
tunable manner [44]. For instance, semi-IPNs exhibit more rapid kinetic response rates to
pH or temperature than single network gels [45]. Another peculiar advantage of Carbopol
974P NF/agarose hydrogels relies on their preparation by autoclaving. Due to its fastness
and effectiveness, autoclaving is the easiest sterilization procedure approved by the US
Food and Drug Administration [46]. In the case of Carbopol 974P NF/agarose hydrogels, it
allows for simultaneously heating up agarose and sterilizing the final product, an essential
requirement for biomedical applications.

Starting from microbiological-chemical sourced CS and Carbopol 974P NF/agarose
semi-iPNs, here we report the setting-up of injectable CS-loaded hydrogels suitable to
deliver CS also to brain tissues, and we demonstrate the neuroprotective effect of released
CS against H2O2-induced oxidative stress in a neuroblastoma cell line.

2. Materials and Methods

Carbopol® 974P NF was gifted by Lubrizol Corporation (Wickliffe, OH, USA). Plas-
ticware was purchased from Corning Costar Corp (Corning, NY, USA), while Ultra-
PureTM agarose and reagents for cell culture were obtained from Thermo Fisher Scien-
tific (Waltham, MA, USA). If not differently stated, reagents were from Sigma-Aldrich
(St. Louis, MO, USA).

2.1. Synthesis and Characterization of CS Polysaccharides

The CS polysaccharides used in this study are composed of A,C and A,C,K,L subunits
(CS-A,C and CS-A,C,K,L, respectively; Figure 1) randomly interspersed along the polysac-
charide chain. They were obtained by semi-synthesis from unsulfated chondroitin, which
was produced by fed-batch fermentation of recombinant Escherichia coli K4 and purified us-
ing ultrafiltration, mild hydrolysis, and ethanol precipitation [47]. The detailed procedures
for the semi-syntheses of CS-A,C and CS-A,C,K,L as well as their physical-chemical charac-
terization by 2D-NMR and high-performance size exclusion chromatography combined
with a triple detector array (HP-SEC-TDA) are described in previous works [48,49].

2.2. Cell Culture

SH-SY5Y cells (ATCC® code CRL-2266™) were cultured at 37 ◦C, 5% CO2 in high
glucose Dulbecco’s modified Eagle’s medium (DMEM) supplemented with 10% v/v fetal
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bovine serum, 2 mM L-glutamine, 100 U/mL penicillin, 100 µg/mL streptomycin sulfate.
Medium was replaced every 2–3 days and cells were passaged twice a week.

2.3. Neuroprotective Properties of CS Polysaccharides

CS-A,C and CS-A,C,K,L were dissolved in sterile water for injection (Eurospital,
Trieste, Italy) to a concentration of 1 mM, diluted with culture medium to 100, 10, and
1 µM, and sterilized with syringe filters with a 0.22 µm pore size.

For all cell experiments, 105 SH-SY5Y cells/cm2 were plated in 96-well microplates.
In all the steps, the working volume was 100 µL/well.

To investigate whether CS polysaccharides exhibit cytotoxic effects, one day after
plating cells were exposed to CS (1, 10, 100 µM). After 27 h, cell viability was assessed
by MTS assay (Promega, Madison, WI, USA). Medium was replaced with fresh culture
medium supplemented with 10% v/v MTS. After 3 h incubation at 37 ◦C, 5% CO2, sample
absorbance was measured at 490 nm with a spectrophotometer (Infinite M200 PRO, Tecan,
Männedorf, Switzerland). As controls, SH-SY5Y cells were cultured in standard medium.

To induce oxidative stress and set up the cytotoxicity model, one day after plating
cells were exposed to H2O2 (50, 75, 100 µM). After 24 h, cell viability was assessed by MTS
assay, as described. As controls, SH-SY5Y cells were cultured in standard medium.

To investigate whether CS polysaccharides exhibit neuroprotective properties, one
day after plating cells were incubated with CS (1, 10, 100 µM). After 3 h, 75 µM H2O2 was
added. After 24 h, cell viability was evaluated by MTS assay, as described. As controls,
SH-SY5Y cells were cultured in standard medium.

2.4. Preparation and Characterization of Carbomer/Agarose Semi-IPNs

Carbopol® 974P NF (0.73% w/v) was dissolved in phosphate buffered saline (PBS),
then the neutralizing agent (NaOH for P.NaOH.0 gels, triethanolamine for P.Ethanol.0 gels;
7.2 mmol/g Carbomer) and agarose (0.5 g/g Carbomer) were added and the suspensions
were autoclaved. Gelation was achieved during cooling. Additional details about the
preparation of P.NaOH.0 and P.Ethanol.0 gels as well as their viscoelastic properties and
cytocompatibility with fibroblast-like and neuronal-like cells are described in a previous
work [42].

2.5. Effect of the Sterilization Process on the Viscoelastic Properties of Carbomer/Agarose
Semi-IPNs

Steam sterilization relies on the injection of moist heat under high pressure and tem-
perature in a closed chamber. It is cost-effective, fast, rapidly microbicidal, and reliable [50].
According to the process of removing air to allow for the entrance of saturated steam and
the type of load that can be sterilized, autoclaves are classified into N, S, and B-types.
N-types are non-vacuum autoclaves, where air is passively displaced by steam. They are
common as bench-top sterilizers, but because of the absence of a pump, they are suitable
only for unwrapped solid objects, without pores or cavities. S-type steam sterilizers are
suitable only for the types of load specified by the manufacturer, while B-type autoclaves
are equipped with a vacuum pump and exhibit a fractionated pre-vacuum. They are the
more advanced ones and are suitable for every type of load, eventually wrapped [51,52].
However, N-type steam sterilizers are commonly used to treat laboratory media, water,
pharmaceutical products, nonporous objects whose surface is directly exposed to steam,
and regulated medical waste [50].

To investigate whether the sterilization process (i.e., the presence or absence of vacuum
during autoclaving) affects hydrogel viscoelastic properties, the suspensions for P.NaOH.0
and P.Ethanol.0 gels were sterilized at 121 ◦C for 20 min in an N- (760, Asal s.r.l., Cernusco
sul Naviglio, Milan, Italy) or B-type (NT80, Golmar, Milan, Italy) bench-top autoclave. In
both conditions, the maximum volume to be sterilized was 15 mL, and it was placed in
an unpacked 50 mL centrifuge tube. After sterilization, the suspensions were poured into
100 mm Petri dishes to obtain a thickness of 3 mm. After gelation, samples were stored
overnight at 4 ◦C.
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Rheological analyses were run at 25 ◦C with an AR 1500ex rheometer (TA Instruments,
New Castle, DE, USA) equipped with parallel-plate geometry (20 mm diameter, 2000 µm
working gap). To identify the linear viscoelastic region, amplitude sweeps were performed
while varying the stress from 0.1 to 100 Pa. Storage (G′), loss (G”) moduli, and complex
viscosity were measured as a function of frequency. Frequency sweeps were run at 1%
strain while varying the frequency from 1 to 10 Hz. G′ and G” were also evaluated as a
function of temperature. Temperature ramps were performed in the range 20–100 ◦C with
a heating ramp of 5 ◦C/min.

2.6. Effect of CS Polysaccharide Loading on the Viscoelastic Properties of Carbomer/Agarose
Semi-IPNs

CS-A,C and CS-A,C,K,L were dissolved in sterile water for injection to a concentration
of 1 mM and sterilized with syringe filters with a 0.22 µm pore size.

P.NaOH.0 or P.Ethanol.0 suspensions were autoclaved in the B-type steam sterilizer.
During cooling and before gelation, at about 37 ◦C, CS polysaccharides were mixed to the
polymer solutions to a final concentration of 10 or 100 µM (i.e., 5 or 50 µL CS/0.5 mL gel). To
investigate whether CS loading affects hydrogel viscoelastic properties, frequency sweeps
and temperature ramps were run as described in Section 2.5. As control, the analyses were
performed for semi-IPNs loaded with distilled water (5 or 50 µL water/0.5 mL gel).

2.7. CS Polysaccharide Release from Carbomer/Agarose Semi-IPNs

Samples (50 µL CS/0.5 mL gel, that is 1 mg CS) were prepared in custom-made
cylindrical molds (inner diameter: 11.05 mm) in 12-well plates. After gelation, the molds
were removed. Samples were covered with 2.5 mL PBS and placed on an orbital shaker
at 25 ◦C. After 1, 4, 24, 48, 72, 96, and 168 h, the supernatants were collected and replaced
with 2.5 mL fresh PBS. CS in the supernatants were evaluated by 1,9-dimethylmethylene
blue (DMMB) assay [53]. To avoid the precipitation of the dye–substrate complex, 1 part
v/v supernatant was gently mixed to 25 parts v/v assay solution (pH 3.0, 1 L), prepared
by dissolving 16 mg DMMB in water, in the presence of 3.04 g glycine, 2.37 g NaCl, and
95 mL HCl 0.1 M. Within 1 min, sample absorbance was measured at 525 nm with a
UV-visible spectrophotometer (Lambda 19, PerkinElmer, Waltham, MA, USA). For a robust
calibration line, we considered three replicates of six concentration values in the range
0.5–5 µg. As control, the analyses were run on supernatants from samples loaded with
distilled water (50 µL water/0.5 mL gel), whose mean absorbance was subtracted from
that of supernatants from CS-loaded hydrogels.

Since in previous tests CS-A,C had exhibited the broader neuroprotective effects, we
assessed whether hydrogel degradation products affect the cytocompatibility of released
CS-A,C and whether released CS-A,C retain their neuroprotective properties.

To reach the first goal, 105 SH-SY5Y cells/cm2 were plated in 96-well microplates. One
day after plating, cells were exposed to 1 µM CS, prepared by diluting the supernatants (up
to 1 part v/v) with 2X culture medium (1 part v/v). After 27 h, cell viability was assessed
by MTS assay. As controls, SH-SY5Y cells were cultured in standard culture medium or
freshly dissolved 1 µM CS.

To reach the second goal, 105 SH-SY5Y cells/cm2 were plated in 96-well microplates.
One day after plating, medium was replaced with supernatants containing 1 µM CS, as
described. After 3 h, 75 µM H2O2 was added. After 24h, cell viability was evaluated by
MTS assay, as described. As controls, SH-SY5Y cells were cultured in standard culture
medium, eventually supplemented with freshly dissolved 1 µM CS.

In all the steps of both investigations, the working volume was 100 µL/well.

2.8. Statistical Analysis

Experiments were run at least in triplicate. N refers to the number of independent
repetitions. Results were reported as mean ± standard deviation (SD) and analyzed with
GraphPad Prism (GraphPad Software, San Diego, CA, USA), release 8. After assessing the
normality of data, differences among the groups were analyzed by one-way ANOVA fol-
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lowed by Dunnett’s multiple comparisons test. Differences were considered as statistically
significant when p-value < 0.05.

3. Results
3.1. Neuroprotective Properties of CS Polysaccharides

Independently on concentration and for incubation with both CS-A,C and CS-A,C,K,L,
cell viability was comparable to controls (ns, p-value > 0.05, Figure 2A). In all the condi-
tions, optical microscopy showed elongated cell morphology, with numerous cytoplasmic
protrusions (data not reported). These results indicated the absence of cytotoxic effects for
CS polysaccharides at 1, 10, and 100 µM.
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Figure 2. (A) Viability of SH-SY5Y cells after 27 h incubation with CS (1, 10, 100 µM) with respect
to controls in standard medium (ctrl). Results from MTS assay. N = 3, 4 samples each. (B) Viability
of SH-SY5Y cells after 24 h incubation with H2O2 (50, 75, 100 µM) with respect to controls in
standard medium (ctrl). Results from MTS assay. N = 3, 6 samples each. (C) Viability of SH-SY5Y
cells after 24 h incubation with 75 µM H2O2 in the presence of CS (1, 10, 100 µM) with respect to
controls in standard medium (ctrl). Results from MTS assay. N = 4, 4 samples each. (D) Analysis
by optical microscopy of SH-SY5Y cell morphology after 24 h incubation in standard medium (ctrl),
eventually with 75 µM H2O2 and CS polysaccharides (1, 10, 100 µM). Scale bar: 10 µm. Statistical
analysis was performed with one-way ANOVA followed by Dunnett’s multiple comparisons test. ns:
p-value > 0.05; * p-value < 0.05; **** p-value < 0.0001.

Hydrogen peroxide is a common trigger of oxidative stress [54] (Figure 2B). For
incubation with 50 or 75 µM H2O2, optical microscopy revealed rounded or suspended
cells, but most of them were still adherent to the microplate. For 100 µM H2O2, the presence
of rounded or suspended cells increased. All the differences among the concentrations
were significant (****, p-value < 0.0001). Cell viability was reduced by 20% for incubation
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with 50 µM H2O2, by 50% for incubation with 75 µM, and by 70% for incubation with
100 µM. According to these results, we selected 75 µM H2O2 as oxidative stressor to test
the neuroprotective effect of CS-A,C and CS-A,C,K,L polysaccharides.

Independently on CS-A,C concentration, a 3 h pre-treatment before adding H2O2 was
sufficient to maintain cell viability at values comparable with controls (ns, p-value > 0.05)
(Figure 2C). Optical microscopy showed cells adherent to the microplate, with an elongated
shape and numerous long processes (Figure 2D). For CS-A,C,K,L, the pre-treatment was not
effective at a concentration of 100 µM. In this condition, cell viability was comparable to that
of cells incubated with 75 µM H2O2 (p-value > 0.05, Figure 2C). These results suggested that
CS-A,C has broader neuroprotective effects. However, we found that when H2O2 reduced
cell viability by 22–32% with respect to controls, also 100 µM CS-A,C,K,L maintained cell
viability at values comparable with controls (ns, p-value > 0.05, data not shown).

3.2. Effect of Sterilization Process on the Viscoelastic Properties of Carbomer/Agarose Semi-IPNs

In agreement with a previous study where the suspensions for P.NaOH.0 and P.Ethanol.0
were heated in an N-type steam sterilizer [42], at all the frequencies tested storage modulus
and complex viscosity were higher for P.NaOH.0 than P.Ethanol.0, contributing to the
solid-like behavior (Figure 3A,B). A more organized and stable network was confirmed by
the increase of the onset temperature over 80 ◦C to undergo a transition from gel to liquid
state (Figure 3C). When testing semi-IPNs prepared with B-type autoclaves, rheological
curves exhibited the same trends observed when the suspensions were sterilized in N-type
steam sterilizers, but differences between P.NaOH.0 and P.Ethanol.0 gels were reduced.
The sterilization with B-type autoclaves produce semi-IPNs with higher solid contribution.
For this reason, we used B-type autoclaves for further experiments.
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type autoclaves. For all the investigations, N = 3, 1 sample each.

3.3. Effect of CS Polysaccharide Loading on the Viscoelastic Properties of Carbomer/Agarose
Semi-IPNs

CS altered the viscoelastic properties of both hydrogels, with a dependence on the
loading dose. When loading 100 µM CS polysaccharides, G′ was reduced with respect
to the initial condition at all the frequencies tested, suggesting that the drug partially
interferes with network formation. G′ was dependent on frequency, but the increase of
G′ with frequency was more apparent for P.NaOH.0. Independently on CS, at the end
of the measurements the storage moduli of P.NaOH.0 and P.Ethanol.0 were comparable.
When loading 10 µM CS, G′ was independent on frequency and it was not considerably
reduced with respect to the initial condition. For P.NaOH.0, a reduction of G′ was not
found when loading 50 µL water, suggesting that the decrease was not due to hydrogel
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dilution while loading, but to the presence of CS polysaccharides. On the contrary, for
P.Ethanol.0 a reduction of G′ was also observed, suggesting that hydrogel dilution could
be involved. For both gels, no significant variations of G′ were detected when loading 5 µL
water/sample (Figure 4A,D).
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investigations, N = 3, 1 sample each.

When loading CS, the shear thinning behavior was maintained. When loading 100 µM
CS polysaccharides, at low frequencies higher complex viscosities were measured for
P.Ethanol.0 with respect to P.NaOH.0 (Figure 4B,E).

In the range of physiological temperatures, for both gels G′ profile was independent
on temperature. When loading 100 µM CS, P.Ethanol.0 network was more stable in tem-
perature with respect to P.NaOH.0, as indicated by the greater onset point (Figure 4C,F).
These results support the hypothesis of a more organized network, thus requiring a higher
amount of energy to be disrupted. When loading 100 µM CS-A,C in P.NaOH.0 or in
P.Ethanol.0, the onset points occurred at 72.8 and 82.7 ◦C, respectively (mean values).
When loading 100 µM CS-A,C, K, L in P.NaOH.0 or in P.Ethanol.0, the onset points oc-
curred at lower temperatures (69.0 and 80.8 ◦C, respectively, mean values). These results
support the hypothesis of a possible hindering of network formation due to the interaction
with CS.

3.4. CS Polysaccharide Release from Carbomer/Agarose Semi-IPNs

The release of CS polysaccharides was evaluated by DMMB assay, whose sensitivity
is less than 4 µg/mL of CS [55]. At each time point, the amount of CS-A,C, K, L or CS-A,C
in the supernatants was estimated with a calibration line based on six standards (examples
are shown in Figure 5A). Both hydrogels were suitable for a prolonged release of CS
polysaccharides (Figure 5B). CS-A,C, K, L were totally released from P.Ethanol.0 gels in
144 h; while about 85% of the loaded mass was released from P.NaOH.0 gels in 7 days.



Antioxidants 2021, 10, 1816 9 of 15

CS-A,C were totally released from P.NaOH.0 gels in 48–72 h, and from P.Ethanol.0 gels
in 96 h.
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released from P.Ethanol.0 or P.NaOH.0 gels. N = 3, 1 sample each to be diluted to obtain the
6 solutions to be tested; (B) release profiles of CS-A,C and CS-A,C,K,L in PBS. Results were reported
with respect to the initial loading (1 mg CS/0.5 mL gel). N = 4, 1 sample each.

To determine the release kinetics, release profiles were fitted with various release
kinetic models. For all the conditions, the best results were achieved with the Korsmeyer–
Peppas model (Ktn = Mt

M∞ ), where Mt
M∞ represents the fraction of CS released at time t, K

is the release rate constant, and n is the diffusional exponent [56]. By linear regression
analysis, we calculated that n exponent did not exceed 0.31, with the corresponding values
of the correlation coefficients (R2) ranging from 0.9005 to 0.9659. The values of n indicate
that the release mechanism of CS from P.NaOH.0 and P.Ethanol.0 is diffusion-controlled.

After collection, the supernatants containing CS-A,C were tested with SH-SY5Y cells
for cytocompatibility and neuroprotection against H2O2-induced oxidative stress. As a
proof of concept, we report the results for 1 µM CS-A,C. The analyses were performed
for the supernatants collected up to 48 h. For longer time points, it was not possible to
maintain the selected dilution ratio.

For both P.Ethanol.0 and P.NaOH.0, hydrogel degradation products did not affect the
cytocompatibility of released CS (ns, p-value > 0.05, Figure 6A,B, respectively).

CS-A,C from P.Ethanol.0 supernatants protected SH-SY5Y cells from oxidative stress
at all the time points, except at 48 h (ns, p-value > 0.05). At this time point, cell viability
was comparable to the case of incubation with 75 µM H2O2 (ns, p-value > 0.05), while at
the previous ones it was comparable to that of controls in standard medium or incubated
with freshly dissolved CS-A,C (*, p-value < 0.05). In the presence of 1 µM CS-A,C from
P.NaOH.0 supernatants, cell viability recovered to values greater than that measured for
the H2O2 group only at 1 and 4 h (*, p-value < 0.05). In particular, at these time points cell
viability was comparable to that measured for both controls (ns, p-value > 0.05). For the
supernatants collected at 24 and 48 h, the mean values of cell viability were greater than
that measured for the H2O2 group, but the difference was not statistically significant (ns,
p-value > 0.05). Finally, we excluded the involvement of hydrogel degradation products in
neuroprotection (data not shown).
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Figure 6. (A,B) SH-SY5Y cell viability after 27 h incubation with the supernatants containing 1 µM
CS-A,C. Supernatants were collected after 1, 4, 24, 48 h from P.Ethanol.0 or P.NaOH.0 gels and
eventually diluted to 1 µM; (C,D) SH-SY5Y cell viability after 24 h incubation with 75 µM H2O2 in the
presence of the supernatants containing 1 µM CS-A,C. Supernatants were collected after 1, 4, 24, 48 h
from P.Ethanol.0 or P.NaOH.0 gels and eventually diluted to 1 µM. In both investigations, SH-SY5Y
cells were also cultured in standard medium and in freshly dissolved 1 µM CS-A,C. Results from
MTS assay. N = 4. All the supernatants analyzed in Figure 5B were tested, 1 sample each. Statistical
analysis was performed with one-way ANOVA followed by Dunnett’s multiple comparisons test.
Ns: p-value > 0.05; * p-value < 0.05; *** p-value < 0.001.

4. Discussion

Our study moved forward from the potential of CS in a range of biomedical applica-
tions and against oxidative stress. In biomedical applications, they have been proposed as
coatings for dental, bone, and vascular implants [57–59], as building blocks in scaffolds or
hydrogels for cell/drug release [60], and as biosensors [61], due to their abundance and
pivotal functions in the human body. They can counteract oxidative stress, a risk factor
of several neurodegenerative conditions, such as AD, schizophrenia, bipolar disorders,
and Parkinson’s disease [62–65]. The potential of CS was also highlighted by therapeutic
interventions targeting neural ECM and PNNs. For instance, the treatment with chon-
droitinase ABC contributes to axonal regeneration and functional recovery after acute
spinal cord injury [66], and to memory improvement in models of neurodegeneration and
neurotoxicity. However, it lacks selectivity, because chondroitinase ABC degrades not only
CS in CSPGs, but also dermatan sulfate and slowly in hyaluronate [67].

Despite the promising results, the translation of CS-based products to clinical practice
remains challenging. The animal origin of CS, the batch-to-batch variations leading to
differences in molecular weight and degree of sulfation, and the risk of contamination are
among the main reasons [19]. To overcome these drawbacks, we produced structurally
defined CS polysaccharides by chemical modification of microbial-sourced unsulfated
chondroitin [68] and evaluated their neuroprotective effect in a H2O2-induced model of
oxidative stress. A similar research question was also investigated by Cañas et al. [18],
who tested commercial CS from animal origin. Compared to their work, our CS showed
interesting advantages: total neuroprotection was achieved after a shorter pre-treatment
time (3 h vs. 24 h) before exposure to H2O2, and for lower CS concentrations (1–100 µM vs.
600–1000 µM). The latter result has positive implications for the aspects related to the de-
velopment of a delivery system: if our CS polysaccharides ensure neuroprotection at lower
concentrations with respect to commercial ones, a lower loading dose is required, without
or with minimal variation of the hydrogel viscoelastic properties. As a further support of
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its biological relevance, we also found that sulfation pattern affects neuroprotection, with
CS-A,C exhibiting a broader neuroprotective effect than CS-A,C,K,L.

Low molecular weight GAGs (i.e., with an average molecular weight of 2.0 ± 0.2 kDa)
can cross the blood–brain barrier and diffuse in the brain and cerebrospinal fluid [69]. The
ability with which a molecule crosses the blood–brain barrier is influenced by its molecular
weight. Our CS are easily soluble in water and show an average molecular weight of
17 kDa [48]. These properties disadvantage CS diffusion across the BBB. For this reason,
we focused on the development of a delivery system to exploit their potential benefits and
extend their bioavailability. To speed up a potential clinical translation, we used Carbopol®

974P NF, a Carbomer homopolymer extensively used in pharmaceutical formulations.
In a previous study [42], we demonstrated that our gels are successfully prepared by

autoclaving. However, since sterilization can affect the properties of the final product [70],
here we investigated the effect of the type (i.e., N, B) of steam sterilizer. Sterilization in a
B-type autoclave does not limit the load type (i.e., hollow or porous products are effectively
sterilized) and increases the viscoelastic properties of both P.NaOH.0 and P.Ethanol.0 gels.
This is probably due to the more efficient process of air removal from the chamber prior to
sterilization. This ensures for a better steam penetration and a greater solvent evaporation
while autoclaving.

The characterization of hydrogel viscoelastic properties after loading CS polysac-
charides or water suggests that CS interact differently with polymeric matrices. This
hypothesis was supported by the results from DMMB assay: CS-A,C is released faster than
CS-A,C, K, L; and CS-A,C, K, L is delivered much faster from P.Ethanol.0 than P.NaOH.0.
The investigation of drug–polymer interactions (e.g., by FTIR or NMR spectroscopy [71])
was out of the scope of this work, but our results confirmed a structural difference between
the two CS polysaccharides and the influence of sulfation pattern also on diffusion.

As a proof of concept to assess whether released CS keep their neuroprotective effect,
we focused on CS-A, C because of its broader neuroprotective effect. By DMMB assay,
we assessed that CS-A,C is totally released from P.NaOH.0 gels in 48–72 h, and from
P.Ethanol.0 gels in 96 h. After incubation with CS sampled at shorter time points (i.e., 1,
4, 24 h), cell viability was comparable to that measured after incubation with the same
concentration of freshly dissolved CS. For longer time points (i.e., 48 h for P.Ethanol.0;
24–48 h for P.NaOH.0), the supernatants did not exhibit neuroprotection. We hypothesized
that at these time points CS in the supernatants were too diluted for a reliable quantification
(the supernatants were completely refreshed at each time point and we analyzed 50 µL
out of about 2.5 mL). Although further optimization is required, our results highlight the
feasibility of the proposed approach.

5. Conclusions

In this study, we exploited CS polysaccharides produced by chemical modification of
microbial-sourced unsulfated chondroitin. Since current pharmaceutical- and nutraceutical-
grade CS derive from animal sources, their industrial production has to handle several
safety, ecological, and economic issues, including numerous purification steps to remove
all the contaminants. Therefore, the application of microbiological-chemical sourced CS
polysaccharides could be rather convenient. After demonstrating that our CS-A,C and
CS-A,C, K, L protect neuroblastoma SH-SY5Y cells against oxidative stress, we focused on
the development of release systems based on Carbopol® 974P NF and agarose. Our results
highlight the potential of microbiological-chemical sourced CS against oxidative stress, a
key condition of neurodegeneration, thus paving the way to the clinical translation of the
therapeutic potential of such CS polysaccharides of non-animal origin.
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