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Abstract: Intra-articular administration of anti-inflammatory drugs is a strategy that allows localized
action on damaged articular cartilage and reduces the side effects associated with systemic drug
administration. The objective of this work is to prepare injectable thermosensitive hydrogels for the
long-term application of dexamethasone. The hydrogels were prepared by mixing chitosan (CS) and
Pluronic-F127 (PF) physically. In addition, tripolyphosphate (TPP) was used as a crosslinking agent.
Chitosan added to the mix increased the gel time compared to the pluronic gel alone. The incorpo-
ration of TPP into the material modified the morphology of the hydrogels formed. Subsequently,
MTS and Live/Dead® experiments were performed to investigate the toxicity of hydrogels against
human chondrocytes. The in vitro releases of dexamethasone (DMT) from CS-PF and CS-PF-TPP
gels had an initial burst and took more time than that from the PF hydrogel. In vivo studies showed
that hydrogels retained the fluorescent compound longer in the joint than when administered in PBS
alone. These results suggest that the CS-PF and CS-PF-TPP hydrogels loaded with DMT could be a
promising drug delivery platform for the treatment of osteoarthritis.

Keywords: chitosan; pluronic; thermosensitive hydrogels; dexamethasone; intra-articular injection;
osteoarthritis; cartilage

1. Introduction

Osteoarthritis (OA) is a chronic degenerative disease characterized by the gradual
loss of cartilage and synovial inflammation. It primarily affects weight-bearing joints [1].
Its main symptomatology is severe pain that causes loss of joint function, leading to the
disability of individuals who suffer from it [2,3]. It is a highly prevalent disease worldwide
that affects more than 250 million people, which is a figure that continues to increase
due to the aging population and the increasing life expectancy [4]. Despite the studies
carried out to date, it has not been possible to find a treatment that that can cure OA.
Until now, treatments have been aimed at reducing the main symptomatology, with the
use of anti-inflammatory drugs by oral and/or topical vial [5]. However, the frequent
administration of these drugs by oral vial causes serious gastrointestinal side effects, and
the effectiveness of topical applications is very low. Another pharmacological treatment
that has been gaining space is the administration of corticosteroids directly to the damaged
joint. This reduces systemic side effects [2,4]. Within this pharmacological group, there
are five corticosteroids approved by the United States Food and Drug Administration
(FDA) for intra-articular administration (IA) [2,6]. One of them is dexamethasone (DMT),
which is a glucocorticoid with an anti-inflammatory potency 20 to 30 times greater than
natural hydrocortisone and whose pleiotropic protective properties make it an attractive
candidate for IA application [2,7]. In in vitro and in vivo studies developed by several
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authors, they demonstrated that the application of DMT reduces the loss of proteoglycans
and collagen from the extracellular matrix, maintains matrix synthesis, and preserves
chondrocyte viability [5,6,8]. Furthermore, it is a key reagent for inducing mesenchymal
stem cell chondrogenesis in vitro [5,9].

Unfortunately, these molecules are quickly eliminated from the application site due to
lymphatic drainage requiring repeated administration that is detrimental to the well-being
of the patient [1]. Research to achieve formulations that allow a longer residence time of
the active molecules in the joint has been constant and intense. However, so far, there is
only one extended-release formulation for intra-articular application approved in 2017 by
the FDA and available on the market under the name Zilretta. This formulation is an
injectable suspension of triamcinolone acetonide encapsulated in polylactic-co-glycolic acid
(PLGA) microparticles that allows the action to be extended for 12 weeks. Although we
might think that it is the ideal formulation, it has disadvantages: one of them is its high
cost, which exceeds 600 UDS [10], in addition to the fact that the efficacy and safety of
repeated administration has not been demonstrated [11]. Therefore, the search for intra-
articular formulations continues to be a field of great interest in the science of biomaterials.
Injectable hydrogels have acquired great relevance in recent times due to their in situ gelling
properties [12]. These hydrogels present a sol–gel transition due to physiological changes,
such as temperature, and form a deposit that releases the drug in a controlled manner and
prolongs its permanence within the joint [1,13].

In situ gelation by temperature action can be achieved using thermosensitive polymers
that form a gel by sensing body temperature. The family of pluronics or polaxomers
has the ability to form gels at temperatures close to body temperature. This is why they
have become important polymers in the field of injectable hydrogels [14,15]. Due to their
characteristic triblock structure poly(ethylene oxide)–poly(propylene oxide)–poly(ethylene
oxide) (PEO—PPO—PEO) that consists of hydrophilic (PEO) and hydrophobic (PPO)
segments, these polymers form micellar structures formed by the PPO core and the PEO
crown under the action of temperature [16,17]. Subsequently, these micelles self-assemble
into ordered cubic or hexagonal phases, producing thermoreversible hydrogels [16,18].
Pluronic F-127 (PF) has a molecular weight of 12.6 KDa and has been the most widely used
of this family of copolymers for applications in controlled release systems due to its low
immunogenicity and toxicity [14,19]. However, PF hydrogels maintain the drug release
for a short period due to their rapid dissociation in aqueous medium [20]. One of the
ways to modify this condition is to physically mix them with other polymers to alter the
release of the drug [21]. Various additives such as hyaluronic acid [22,23], chitosan [24,25],
and alginates [26,27] among others have been widely used by researchers to modulate the
poloxamer release profile based on in situ gelation systems.

Chitosan (CS) is a natural cationic polysaccharide that has gained great prominence as
a candidate for joint cartilage repair because it is similar to glycosaminoglycans present
in the extracellular cartilage matrix (ECM) [28,29]. CS is obtained mainly by the partial
deacetylation of chitin, which is the second most abundant natural polysaccharide; it
is mainly obtained as a subproduct of shellfish, such as crabs and shrimp [29,30]. It has
excellent biocompatibility, biodegradability, and non-toxicity properties, as well as excellent
bioadhesive properties due to the presence of positive charges in its structure [31,32].

Based on the above, the main objective of this work is to develop a thermosensitive
hydrogel from the physical mixture of CS and PF for the controlled release of dexametha-
sone. Although this physical combination of polymers has been used previously by other
authors for intranasal [14,25], vaginal [33], intravesical [34], ocular [35] delivery, etc., there
are no reports of its use for intra-articular application. The hydrogels prepared combine the
thermogelling properties of PF with the properties of biocompatibility, bioadhesiveness,
and structural similarity with glycosaminoglycans that chitosan has.



Gels 2022, 8, 44 3 of 16

2. Results and Discussion

In this work, different hydrogel samples were prepared varying the concentration of
chitosan and pluronic in the mixture, as summarized in Table 1. The rest of the parameters
for the preparation were kept constant. The amount of PF corresponding to each sample
was dissolved in the chitosan solution, leaving a totally transparent solution. This shows
that the components were mixed homogeneously. However, the CS2-PF25 sample could
not be completed because PF was not completely dissolved.

Table 1. Composition and nomenclature of the hydrogels.

Sample CS (%) PF (%) TPP (%)

CS1-PF20 1 20 -
CS1-PF25 1 25 -
CS2-PF20 2 20 -
CS2-PF25 2 25 -

CS1-PF20-TPP 1 20 0.4
CS1-PF25-TPP 1 25 0.4

2.1. Hydrogel Characterization
2.1.1. Gelation Time

The first characteristic to be evaluated in these materials is the gelation time: that is,
the time necessary for the material in the sol phase to form the gel at the physiological
temperature of 37 ◦C (Figure 1a). This time must be sufficient to allow all products to be
administered at the specified site in liquid form (sol phase) and the transition to gel to occur
for the material not to leave the application site.
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Figure 1. The sol–gel transition characteristics of a thermosensitive gel: (a) Phase changes with a
temperature increase. (b) Gelation time of CS-PF hydrogels containing different CS and PF concentra-
tions, with and without TPP. Values represent mean ± SD (n = 5). All experiments were performed
five times. (Ordinary one-way ANOVA, * p < 0.05, ** p < 0.01, *** p < 0.001 and **** p < 0.0001).
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The vial tilting method was used to visualize gelation with temperature change by
measuring the flowability of the prepared hydrogels. As can be seen in Figure 1b, the
increase in pluronic and chitosan concentrations modified the gelation time. For the
samples evaluated as control (PF20 and PF25), which are only PF at 20 and 25% (w/v)
respectively, the increase in concentration reduces the time of gel formation. This is to
be expected, as there is a greater number of triblock chains that favor the formation and
packaging of micelles [36,37]. However, the addition of chitosan to the mixture produces the
opposite effect: it increases the gelation time, because the chitosan chains are interspersed,
which reduce the hydrophobic interactions of PF molecules. This allows the formation
and packaging of micelles to form the gel [38–40]. On the other hand, the addition of TPP
did not introduce significant changes, but it slightly reduced the transition time in both
formulations. This is due to the crosslinking process that occurred between CS and TPP,
which facilitated the gelling process [41]. Now, although all the samples had a gelation
time within an appropriate range, CS1-PF25 and CS1-PF25-TPP samples were selected for
subsequent studies, since the gel formed was more stable and provided better conditions
for the matrix used as a delivery system.

2.1.2. Morphological and Chemical Characterization of Hydrogels

The morphology of the selected hydrogels formulations, previously lyophilized, is
shown in Figure 2I. In the micrograph (Ia), it is observed that the morphology of CS1-PF25
hydrogel has a heterogeneous and irregular structure, with the presence of channels that
cannot be exactly defined as pores; however, they are areas favoring the exchange of fluids
between the matrix and the surrounding environment. This morphology is due to the high
concentration of PF in the sample, which implies a high number of hydrophobic moieties
in the hydrogel [42]. On the other hand, as expected, the morphology of the CS1-PF25-TPP
sample (micrograph Ib) is different compared to the morphology observed for the CS1-PF25
sample due to the addition of the crosslinking agent, TPP. The presence of the crosslinker in
the matrix causes an entanglement of the CS chains, approaching each other. This generates
the presence of pores in the structure, as clearly observed. The increase in porosity observed
in the second sample is also favorable for controlled release systems [41].

To obtain information about the composition of the prepared materials, the spectra
of the initial components and the lyophilized hydrogels were recorded. Figure 2II shows
the spectra of chitosan, pluronic, and TPP as well as of CS-PF and CS-PF-TPP hydrogels.
Figure 2II(a) shows the spectrum of chitosan with its characteristic signals: a broad absorp-
tion pick between 3500 and 3200 cm−1 attributed to the stretching vibration of O–H and
N–H as well as another more discrete signal around 2900 cm−1 associated with the stretch-
ing vibration of CH. On the other hand, signals are observed at 1653 cm−1 attributed to the
stretching vibration of C=O in the amide I group and at 1560 cm−1 attributed to the N–H
bending and the C–N stretching vibrations in the amide II group [43–45]. The spectrum of
Figure 2II(b) corresponding to pluronic shows the signals associated with the functional
groups present in this polymer. Some strong signals can be observed corresponding to
the stretching vibrations of different bonds: 2880 cm−1 (C–H stretch), 1278 and 1240 cm−1

(C–O–C stretches), and 1097 cm−1 (C–O stretch) [46–48]. On the other hand, in the TPP
spectrum (Figure 2II(c)), it is possible to observe absorption bands at 1208 cm−1 belonging
to the stretching vibrations of P=O, at 1137 cm−1 symmetric and antisymmetric stretching
vibrations of the PO2 group, at 1094 cm−1 symmetric and antisymmetric stretching vibra-
tions of the PO3 group, and at 889 cm−1 antisymmetric stretching vibrations of the P–O–P
bond [49,50]. When d and e spectra belonging to the hydrogels prepared are compared with
the a–c spectra of the initial components, it is clearly noted that although the characteristic
signals of both initial polymers are observed, their largest amount corresponds to PF, which
has the highest proportion in the final material. In the spectrum of the CS-PF-TPP hydrogel,
a small additional band is observed at 1207 cm−1, which is a signal that is associated with
the antisymmetric stretching vibrations of the PO2 groups in the TPP ions. It indicates the
formation of ionic crosslinks between chitosan protonated amino groups and tripolyphos-
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phate anionic groups. This behavior has been observed by other authors in previous works
to obtain different materials of chitosan crosslinked with TPP [51–55].
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2.2. In Vitro Cell Experiments

Any hydrogel that can be used as a biomaterial must have excellent biocompatibility.
It should not induce cytotoxic effects and should favor cellular processes such as adhesion,
growth, and proliferation [56]. Figure 3 shows the results obtained from the MTS and
LIVE/DEAD® assays as well as the micrographs of the cells seeded on the materials.

In Figure 3A, it can be seen that the presence of the crosslinking agent in the con-
centration used did not have adverse effects on cells. On the contrary, the cell viability
remained similar, and it was even slightly higher compared to the hydrogel without TPP.
During the first three days, cell viability was higher than 70% in both hydrogels; so, ac-
cording to the ISO 10993-5 standard, we can say that they were cytocompatible against
C28/I2 chondrocytes. According to the statistical analysis, there were no significant differ-
ences between the values of the number of alive cells during the first three days, but there
were when comparing the percentages of cell viability between the third and seventh days.
In addition, it is observed that after one week of incubation, the cell viability values were
higher than 100%, which shows that the materials, apart from being cytocompatible, also
allow cell proliferation.

On the other hand, the morphology of the C28/I2 cells was analyzed after being
seeded on the surface of the hydrogels for 72 h. Cell shape plays an important role in
the phenotypic expression of chondrocytes. The rounded morphology indicates charac-
teristics of the chondrogenic phenotype [57,58]. Figure 3B shows the SEM micrographs
of the cells seeded in the materials, (a) CS1-PF25 and (b) CS1-PF25-TPP. As can be seen
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in both cases, the cells adhered to the surface of the materials, maintaining their spheroid
morphology, and cells with abnormal shapes were not observed. This indicates that the
materials allow the maintenance of the normal morphology of chondrocytes, maintaining
its chondrogenic characteristics.
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Live/Dead® staining images of chondrocytes seeded on CS1-PF25 and CS1-PF25-TPP hydrogels after
the 10th and 14th day, the scale bar corresponds to 200 µm.

The Live/Dead® assay (Figure 3C) visualizes the alive and dead cells in green and
red colors respectively, as well as how they are distributed on the material after 10 and
14 days of incubation. For both hydrogels, it can be observed in Figure 3C that the presence
of dead cells is very low in both incubation times. The alive cells were homogeneously
distributed on the evaluated materials, demonstrating that there was a good material–cell
interaction. If otherwise the number of dead cells would be higher, this is because if
the seeded cells cannot properly interact with the biomaterial, they will not attach to it
and will finally die [56]. Overall, these three results analyzed together indicate that both
hydrogel samples were able to favor the adhesion, proliferation, and growth over time of
C28/I2 chondrocytes.

2.3. In Vitro DMT Release Study

In order to evaluate the influence of the samples’ composition on DMT released from
PF25, CS1-PF25, and CS1-PF25-TPP hydrogels, in vitro release assays by UV–vis absorbance
were carried out in phosphate buffer solution (pH 7.4 and 37 ± 0.5 ◦C). The profiles of the
amounts of dexamethasone released during 7 days are shown in Figure 4A.

As it frequently happens in delivery systems, an initial burst was observed during
the first 8 h of the study in which approximately 35% of the occluded dexamethasone
was released both in the pluronic and CS-PF mixed hydrogels. These results are common,
as the drug closer to the surface can escape more easily in contact with the surrounding
fluid due to the rapid interaction. Furthermore, in this particular case, the released drug
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is highly soluble and has a low molecular weight, which further favors the release. From
this time onwards, a difference between the amount of dexamethasone released from the
PF hydrogel and from the prepared CS-PF hydrogels is observed. In the PF hydrogel, the
release occurs mainly due to the disentangled rate of the micelles that leads to a dissolution
of the gel. The drug is left free in the PBS solution [59]. The decrease in the release of
dexamethasone from CS1-PF25 and CS1-PF25-TPP hydrogels was due to the reduction
of the diffusion rate of the micellar aggregates of PF trapped within the compartments of
the chitosan networks [20]. As was also expected, in the sample crosslinked with TPP, the
release was lower due to the fact that the interlaced chitosan chains managed to retain even
the micellar aggregates of PF. The swelling processes are reduced, and therefore, the release
of dexamethasone is even more controlled. In the scheme shown in Figure 4B, we represent
graphically how the release process can be modified according to the composition of the
hydrogels under study.
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The empirical mathematical models described in the literature relate that the amount
of drug released is a function of time. Having experimental data, it is possible to look for
which model or models it fits and, based on this, explain the possible mechanisms that
condition the exit of the bioactive agent from the matrix under study.

In our work, four different kinetic models were used to identify the release mecha-
nism of DMT from the hydrogels prepared. Table 2 shows the results of the adjustments
made. Considering the determination coefficients obtained, it was evaluated whether the
experimental data conformed to the proposed models and, based on this, an analysis of
the rest of the parameters in each equation was carried out. The adjustments made with
the model proposed by Higuchi, which describes a release mechanism conditioned by a
Fickian-type diffusion [60,61], were not adequate. This shows that the release of the drug is
not mainly conditioned by a Fickian-type diffusion.

Next, an analysis was carried out applying the models proposed by Korsmeyer–
Peppas and Lindner–Lippold, the first of which establishes an exponential relationship
between release and time. It was developed specifically for the release of molecules from
polymeric matrices such as hydrogels [62,63]. The second one incorporates a new term into
that same equation considering the burst effect that is frequently observed in the release
processes from this type of matrixes. It is directly linked to the release of the drug closest
to the surface and releases more easily from the matrix. The results in Table 2 show that
for all the matrices evaluated, the correlation coefficient for both models was higher than
0.97, with which we can say that the experimental results fit both models satisfactorily.
As for the exponent n, called the release exponent, it gives us information based on the
value it reaches. In the results obtained when applying the Korsmeyer–Peppas model, it
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is observed that the n values are less than 0.5. It implies that a quasi-Fickian type process
occurs in which other factors are influencing in addition to diffusion, which are associated
with the characteristics and nature of hydrogels. One of the processes that is occurring and
can be seen in the graph of the release profiles in Figure 4A is the burst effect, which is
taken into account in the Lindner–Lippold model [64]. When we analyze the values of n
and b that result from the fit of the experimental data to the model, we note that the values
of n increase approaching 0.5. In the PF25 hydrogel used as comparison, the value of n was
0.49 and in turn shows the greater value of b. These results allow us to conclude that the
burst effect is the main factor that is influencing the DMT release process from the PF25
matrix in addition to the diffusion process. When we then analyze the results of CS1-PF25
and CS1-PF25-TPP hydrogels, we see that the values of K, n, and b do not have a notable
difference. Thus, it can be deduced that the burst effect is influencing the release of DMT in
a similar way from both hydrogels, although it is not the only factor. In the release profiles,
there are differences between the DMT released from CS1-PF25 and CS1-PF25-TPP after
24 h of study. For this reason, the fit to the Peppas–Sahlin model was also carried out,
considering the process of Fickian diffusion and the relaxation of the polymeric chains [65].
The correlation coefficients show a fit of ≈0.99 in all materials. Now, when we analyze
the diffusion (K1) and relaxation (K2) constants in the case of CS1-PF25 and CS1-PF25-TPP
hydrogels, the values of K1 are very similar, showing that the effect of diffusion on the
DMT release affects both matrices in a similar way. The K2 values are small, indicating that
the effect of chain relaxation is present in the DMT release process, although to a lesser
extent than the diffusion process. However, we can note that the K2 values obtained for
the CS1-PF25 and CS1-PF25-TPP hydrogels differ by an order of magnitude, being lower
for the CS1-PF25-TPP hydrogel. This reinforces our previous analysis of the effect of the
crosslinking of the matrix on the release process.

Table 2. Summary of the adjustment parameters to the release models for the different hydrogels.

Samples
PF25 CS1-PF25 CS1-PF25-TPP

Model Parameters

Higuchi K 12.0 ± 0.6 8.3 ± 0.8 6.7 ± 0.7
R2 0.8262 0.2879 0.2402

Korsmeyer–Peppas
K 18.6 ± 0.8 20.0 ± 0.2 19.0 ± 0.6
n 0.34 ± 0.01 0.24 ± 0.01 0.23 ± 0.01

R2 0.9773 0.9849 0.9712

Lindner–Lippold

K 10 ± 2 12 ± 3 10 ± 4
n 0.49 ± 0.07 0.33 ± 0.05 0.33 ± 0.06
b 10 ± 3 8 ± 3 9 ± 4

R2 0.9903 0.9888 0.9760

Peppas–Sahlin

K1 20.6 ± 0.6 20.1 ± 0.2 19.7 ± 0.4
K2 0.008 ± 0.001 0.0016 ± 0.0004 0.0008 ± 0.0002
n 0.25 ± 0.02 0.21 ± 0.01 0.19 ± 0.01

R2 0.9932 0.9932 0.9885

2.4. In Vivo Images of the Injected Hydrogels

Knowing the time of permanence of materials in vivo in the joint after being injected
is highly important for its function as a platform for controlled drug release. The longer the
length of stay, the better the treatment results that could be achieved.

After two weeks of induction of osteoarthritis, the materials were applied by intra-
articular injection in the mice, and they were followed for 35 days, taking the measurements
at the preset times. A representation of the fluorescence images obtained from each group
is shown in Figure 5A. For all images, high levels of NIR fluorescence were observed at the
articular knee joint shortly after injection, and diffusion was apparent after maximum levels
in NIR fluorescence were reached. After this point, the intensity and area of fluorescence
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gradually decreased. It can be noted that in the control mice that were injected with NIR in
only PBS on the second day, a decrease in fluorescence intensity is observed; after 7 days,
low NIR fluorescence was observed, and no fluorescence was observed after 14 days.
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Figure 5. In vivo retention of CS-PF hydrogels: (A) NIR fluorescence imaging of joint of mice
taken at different times after intraarticular injection with PBS + NIR 780, CS1-PF25 + NIR 780, and
CS1-PF25-TPP + NIR 780. (B) In vivo retention over time of the various CS-PF hydrogels formula-
tions indicated by relative fluorescence intensity. (C) Graphic of area under the curve (AUC) of the
three studied groups. Data are presented as mean± SD. Statistical significance was determined by
two-way ANOVA with multiple comparisons; *p < 0.05, ** p < 0.01, *** p < 0.001, and **** p < 0.0001.

However, in the samples treated with the hydrogels, a prolonged fluorescence was
observed, which gradually decreased over time and could even be seen slightly after
35 days. In the intensity graph (Figure 5B), the reduction in fluorescence that occurs over
time is observed in more detail. With the CS1-PF25-TPP hydrogel, the intensity was reduced
more slowly over time even compared to non-crosslinked hydrogel.

Additionally, a y–x type graph (fluorescence intensity vs. time) was made to make
a more quantitative analysis from the determination of the area under the curve (AUC)
of the graphs obtained. In Figure 5C, the area corresponding to each curve can be seen
in different colors. To complement Figure 5C, Table 3 shows the values of the total area
under the curve for each group of mice and also the area in different sections of the graph
(represented also in Figure 5C).
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Table 3. Summary of area under the curve values (AUC—area under the curve).

Sample PBS CS1-PF25 CS1-PF25-TPP

AUC Total 27,629 36,687 51,562
AUC between 0–1 day 24,050 28,465 38,120

AUC between 1–14 days 3579 7815 12,289

As can be seen, the area of the graph corresponding to the mice injected with the
CS1-PF25-TPP hydrogel is the largest. If we take this group as a reference and assume it as
100%, we determine that the group treated with the CS1-PF25 hydrogel showed an average
intensity value of 71.2% with respect to the reference group, while for the PBS group, it
was 53.6%. Now, if we applied this same analysis carried out to the global graph to the two
fractions selected and shown in Table 3, we could see how that percent value with respect
to the group that we selected as a reference decreases. In the case of the two measurements
carried out within the first day, it can be seen that the area for the group treated with the
CS1-PF25 hydrogel represents 74.7% and that for the PBS group represents 63.1%.

However, the difference becomes even greater in the interval between day 1 and day 14
where the percent representing the area under the curve of the graphs corresponding to
the group treated with the CS1-PF25 hydrogel and with the NIR solution in PBS was
63.6% and 29.1%, respectively. All this analysis corroborates that the formulations of the
hydrogels are retained for a longer time within the implantation site and, furthermore, the
TPP added as a crosslinking agent improves the benefits of these materials. Taken together,
these results reinforce the hypothesis that the hydrogels prepared are suitable materials to
control the release of molecules trapped in their interior and also favor permanence in the
application site.

3. Conclusions

In this work, thermosensitive hydrogels, consisting of CS and PF and also the crosslink-
ing agent, TPP, were prepared and characterized as a platform for the intra-articular ap-
plication of DMT. The in vitro results show that the incorporation of chitosan and TPP
favors a controlled release of DMT that is spread over a longer time compared to the DMT
released from the PF hydrogel alone. Additionally, the fit of the release profiles to different
mathematical models allowed us to identify that the processes involved in the release
are the initial burst effect, quasi-Fickian diffusion, and to a lesser extent the relaxation
of the chains. Furthermore, the biocompatibility of the hydrogels was confirmed by cell
viability and the proliferation of human chondrocyte C28/I2 using MTS and Live/Dead®

assays. The in vivo study showed that the prepared hydrogels remained for a long time at
the injection site and also delayed the release of the fluorescent compound included for
its follow-up by imaging. This shows that it can control the release in vivo of occluded
molecules. Therefore, we consider these dexamethasone-loaded injectable thermosensitive
hydrogels to be promising materials for intra-articular application, and they have potential
for the localized treatment of damaged articular cartilage.

4. Materials and Methods
4.1. Materials

Commercial Pluronic F127 (PF) (M.W. = 12,600), chitosan (CS) from shrimp shells
(low viscosity), and sodium tripolyphosphate (TPP) 85% were provided by Sigma-Aldrich
(San Luis, MO, USA). Dexamethasone sodium phosphate was obtained from Crystal
Pharma (Valladolid, Spain). Phosphate-buffered saline (PBS) was produced by Fresenius
Kabi GmbH (Graz, Austria). Dulbecco’s phosphate buffered saline (DPBS), Dulbecco’s mod-
ified eagles’ medium (DMEM, high glucose, with GlutamaxTM), fetal bovine serum (FBS),
penicillin, and streptomycin were purchased from Life Technologies (Breda, The Nether-
lands). 3-(4,5-Dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulfophe-nyl)-2H-
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tetrazolium (MTS, Promega, Madison, WI, USA) and a calcein-AM/ethidium homodimer-1
LIVE/DEAD® assay kit (Invitrogen) were obtained from Carlsbad, CA, USA.

4.2. Preparation of CS-Pluronic F-127 (CS-PF) Hydrogel

Thermosensitive chitosan–pluronic hydrogels were prepared from the physical mix of
a chitosan (CS) solution with a prefixed mass of Pluronic F127 (PF). The chitosan solution
was prepared in acetic acid (1% v/v) aqueous solution under moderate mechanical stirring
for 24 h. A pre-gel solution of CS-PF was prepared according to the “cold method” described
by Schmolka [66]. Briefly, PF was added to the cold CS solution slowly over a period
of about 5–10 min with gentle stirring by magnetic stirrer (IKA®-RH basic 2, Staufen,
Germany). Then, the polymer solution was left overnight at 4 ◦C to ensure the complete
dissolution of PF; the pH of the final solution was 6.23. CS-PF hydrogels crosslinked
with sodium tripolyphosphate (CS-PF-TPP) were also prepared. First, 550 µL of 0.01 M
TPP solution was added to the physical mix of CS-PF under continuous stirring at 4 ◦C.
Table 1 shows the composition and nomenclature of the hydrogels.

4.3. Hydrogel Characterizations
4.3.1. Hydrogel Gelation Time

The sol-gel phase transition behavior or the time to gel (indicated as gelation time)
of the CS-PF aqueous solutions was investigated using the vial tilt method. Gel time was
determined considering the state of the gel when the solution did not flow for 1 min after
inverting a vial [67–69]. The CS-PF solution prepared (5 mL) was taken up in a glass
vial and heated in a water bath at 37 ◦C, allowing it to gel. After each minute, the glass
vial was removed and inverted for 1 min to check the gelling of the sample. The CS-PF
hydrogel crosslinked with TPP was prepared in the same manner as described before; the
TPP solution was added at the same time in the vial before incubating at 37 ◦C.

4.3.2. Morphology and Chemical Composition of CS-PF Hydrogels

In order to characterize the morphology and structure of the freeze-dried CS-PF hydro-
gels, scanning electron microscopy (SEM) was employed. For SEM analysis, CS-PF hydro-
gels specimens were cross-sectioned. They were mounted on metallic stubs, sputter-coated
with Pt/Pd, and their surface morphology was observed in a NanoSEM 200 microscope
(FEI, Tokyo, Japan) at the accelerating voltage of 10 kV. The chemical groups of the hydro-
gels were examined by Fourier transform infrared spectroscopy (FTIR, Kyoto, Japan). The
freeze-dried hydrogel samples were analyzed in attenuated total reflectance (ATR) mode
using a Shimadzu IRSpirit-T FTIR spectrophotometer (Kyoto, Japan). FTIR analysis was
performed ranging from 4000 to 400 cm−1 using 32 scans and a resolution of 4 cm−1 [70].

4.4. In Vitro Experiments
4.4.1. Cytotoxicity Evaluation (MTS Assay)

Human chondrocytes C28/I2 were used as model cells to carry out the in vitro cellular
studies. Cells were cultured in 75 cm flasks in Dulbecco’s Modified Eagles’ Medium
(DMEM) supplemented with fetal bovine serum (FBS) and 1% antibiotics (penicillin–
streptomycin) at 37 ◦C and an atmosphere of 95% air and 5% CO2.

To determinate the cytocompatibility of CS-PF and CS-PF-TPP hydrogels against
C28/I2 cells, a 3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulfophe-
nyl)-2H-tetrazolium (MTS) assay was performed. A piece of dried hydrogel sample was
placed in a 96-well plate, and cell suspensions (1 × 104 cells/well) in Dulbecco’s modified
Eagles medium (DMEM) were seeded on the hydrogel. To establish the cytotoxicity
controls, cells treated with 50% DMSO and non-treated were used as positive and negative
controls respectively. The MTS assay was performed at 1, 2, 3, and 7 days. At each time
point, 20 µL of MTS was added and incubated in darkness for 3 h. After that, 100 µL
of the supernatant was extracted to a new 96-well plate. The absorbance of each well
was measured by a micro-plate reader (VersaMax equipped with Softmax Pro, Molecular
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Devices, San José, CA, USA) at 490 nm. Cell viability is expressed as the percentage of cells
alive in relation to negative control (cells incubated only with DMEM culture medium were
used as a negative control (100%)).

4.4.2. Cell Morphology Study

The cell adhesion test was performed by seeding the C28/I2 cells at a concentration
of 3 × 104 cells/well on the freeze-dried hydrogel samples. The samples were incubated
37 ± 2 ◦C with 5% CO2 in a humidified atmosphere for 72 h. After this time, the samples
were fixed with 2.5% glutaraldehyde for 1 h and subsequently rinsed with DPBS. Then, the
samples were dehydrated with an ethanol gradient (60%, 70%, 80%, 90%, and 100%) for
10 min at each concentration, and they were dried in hexamethyldisilazane (HMDS) [71].
Finally, the samples were coated with Pt/Pd and studied in a scanning electron microscope,
as previously described above (3.3.2).

4.4.3. Cell Viability (LIVE/DEAD® Assay)

The viability of C28/I2 cells against hydrogels samples was also tested by a LIVE/DEAD®

assay performed 10- and 14-days post culture. The C28/I2 cells were seeded on top of the
hydrogels (a total of 3 × 104 cells/well) in a 48-well plate and incubated for 10 and 14 days.
Then, the supernatant was removed. Hydrogels were washed three times with PBS, and an
aliquot of the assay solution containing 4 µM EthD-1 (ethidium homodimer-1) and 2 M
calcein AM was added. After 30 min incubation at room temperature, the samples were
observed using a confocal microscope (Leica TCS SP5, Leica Mycrosystems BV, Amsterdam,
The Netherlands) with excitation filters of 450–490 nm (green, Calcein AM) and 510–560 nm
(red, EthE-1). Living cells were observed in green and dead cells were observed in red.

4.4.4. Drug Release Study

A dexamethasone release study was carried out in 5 mL tubes from the charged
hydrogels, and a 25% pluronic hydrogel was used as a reference. The hydrogels were
loaded with 800 µg of dexamethasone and then incubated at 37 ◦C for 3 min to guarantee
the total gelation of materials. Then, 2 mL of PBS at 37 ◦C was added to the gel layer formed.
At the predetermined time, 0.2 mL of the supernatant was extracted and replaced with the
same volume of fresh PBS at 37 ◦C. The amount of dexamethasone released was quantified
using UV-Vis spectrophotometry (Thermo Scientific NanoDrop 1000 One Microvolume) at
243 nm.

The release profiles obtained were analyzed according to the mathematical models of
Higuchi (Equation (1)), Korsmeyer–Peppas (Equation (2)), Lindner–Lippold (Equation (3)),
and Peppas–Sahlin (Equation (4)) according to the equations described below.

The Higuchi model [60,61] describes the release of molecules from materials as a
function of the square root of time. It is a time-dependent process based on Fick’s law of
diffusion, which is expressed as

Mt

M∞
= K·t1/2 (1)

where Mt/M∞ is the amount of drug released on time t, and K is the release constant.
The Korsmeyer–Peppas model [62,63], also known as a “Power Law” model, describes

the drug release from a polymeric system when the release mechanism is not known or
when more than one type of phenomenon of drug release is involved.

Mt

M∞
= K·tn (2)

where Mt/M∞ is the amount of drug released on time t, K is the constant of incorporation of
structural modifications and geometrical characteristics of the system (also considered as
the release velocity constant), and n is the exponent of release (related to the drug release
mechanism) as a function of time t.
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When the drug release process is characterized by an abrupt increase in the initial
drug release (burst effect), Lindner and Lippold [64] proposed the following equation

Mt

M∞
= K·tn + b (3)

where all terms keep the meaning, and b is the burst effect
The Peppas–Sahlin model [65] combines the release due to Fickian diffusion and

substrate relaxation mechanisms, resulting in an abnormal release method.

Mt

M∞
= K1·tm + K2·t2m (4)

where Mt/M∞ is the fraction of drug released from the scaffold at time t. K1 is the kinetic
constant for the Fickian contribution of drug release, and K2 is the kinetic constant for the
substrate relaxation, while t represents the release time, and m is the diffusional exponent.

4.5. In Vivo Experiments
4.5.1. Animal Models

Ten 12-week-old male C57BL/6Jico mice purchased from Charles River Laboratories
(Chatillon-sur-Chalaronne, France) were used. From the group of animals, two of them
were taken as a healthy negative control, and the other 8 were injected with collagenase in
the right knee to induce osteoarthritis in them [72,73]. The group of 8 mice was subdivided
into two groups of 4 mice each in which the prepared materials were injected; the CS1-PF25
hydrogel was applied to one group and the CS1-PF25-TPP hydrogel was applied to the
other. Only PBS was applied to the control group. To all the injected samples, as well as
the PBS of the control group, the IR-780 iodide dye (NIR-780, Sigma-Aldrich, Amsterdam,
The Netherlands) was added to observe the retention time of the materials in the joint. The
NIR concentration in the prepared hydrogel formulations and PBS was 50 µg/mL, and the
samples volume injected into the mice knee was 10 µL.

4.5.2. In Vivo Images of the Injected Hydrogels

To know the residence time of the materials in the joint, the NIR images were obtained
and processed with the PEARL IMPULSE (Li-Cor, Lincoln, NE, USA). The Pearl Impulse
has 2 coupled NIR lasers, 700 nm and 800 nm, with filter technology to achieve a stable
source of precise and powerful illumination. During the experiment, we always measured
and analyzed the signals for all groups with the 800 nm emission filter. The images were
acquired after 1, 24, and 48 h of intra-articular injection of the hydrogels and after 7, 14,
21, 28, and 35 days. At each time, the mice were anesthetized with isoflurane balanced
with oxygen.

Author Contributions: Conceptualization and methodology, J.G.-C., M.T., G.F., A.A. and L.J.C.; inves-
tigation and data curation, J.G.-C., M.T. and I.Q.; investigation and formal analysis, J.G.-C., G.F. and
A.A.; writing—original draft preparation, J.G.-C., M.T. and G.F.; writing—review and editing, J.G.-C.,
G.F., L.J.C., I.Q. and A.A.; resources, supervision, project administration, and funding acquisition,
L.J.C. and I.Q. All authors have read and agreed to the published version of the manuscript.

Funding: We would like to acknowledge the financial support received from the European Union
through Erasmus PLUS doctoral fellowship and mobility staff, project code 2015-1-NL01-KA 107-008639
(J.G.-C., A.A. and G.F. respectively). This work was also supported by project grants from the Euro-
pean Commission H2020-MSCA-RISE (644373—PRISAR), H2020-MSCA-RISE (777682—CANCER),
H2020-WIDESPREAD-05-2017-Twinning (807281—ACORN), H2020-WIDESPREAD-2018-03
(852985—SIMICA), H2020-MSCA-RISE-2016 (734684—CHARMED), and MSCA-ITN-2015-ETN
(675743—ISPIC), 861190 (PAVE), 857894 (CAST), 859908 (NOVA-MRI), 872860 (PRISAR2). This work
was also financially supported by the VIDI personal grant (project number 723.012.110) (Luis J. Cruz).



Gels 2022, 8, 44 14 of 16

Institutional Review Board Statement: The animal studies were carried out and approved in accor-
dance with the Ethics Committee of the Leiden University Medical Center (Register: PE.18.101.002,
AVD.: AVD1160020171405, 1 July 2019) and in compliance with the Dutch National Law on experi-
ments on animals.

Data Availability Statement: The data presented in this study are available on request from the
corresponding authors.

Acknowledgments: The authors acknowledge M. B. Goldring, (Research Division, Hospital for
Special Surgery, New York, NY, USA) for providing the C28/I2 cell line.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Hanafy, A.S.; El-Ganainy, S.O. Thermoresponsive Hyalomer intra-articular hydrogels improve monoiodoacetate-induced os-

teoarthritis in rats. Int. J. Pharm. 2020, 573, 118859. [CrossRef]
2. Ayhan, E.; Kesmezacar, H.; Akgun, I. Intraarticular injections (corticosteroid, hyaluronic acid, platelet rich plasma) for the knee

osteoarthritis. World J. Orthop. 2014, 5, 351–361. [CrossRef]
3. Lin, X.; Tsao, C.T.; Kyomoto, M.; Zhang, M. Injectable Natural Polymer Hydrogels for Treatment of Knee Osteoarthritis.

Adv. Health Mater. 2021, 2101479. [CrossRef] [PubMed]
4. Diaz-Rodriguez, P.; Mariño, C.; Vázquez, J.A.; Caeiro-Rey, J.R.; Landin, M. Targeting joint inflammation for osteoarthritis

management through stimulus-sensitive hyaluronic acid based intra-articular hydrogels. Mater. Sci. Eng. C 2021, 128, 112254.
[CrossRef]

5. Zhang, Z.; Wei, X.; Gao, J.; Zhao, Y.; Zhao, Y.; Guo, L.; Chen, C.; Duan, Z.; Li, P.; Wei, L. Intra-Articular Injection of Cross-Linked
Hyaluronic Acid-Dexamethasone Hydrogel Attenuates Osteoarthritis: An Experimental Study in a Rat Model of Osteoarthritis.
Int. J. Mol. Sci. 2016, 17, 411. [CrossRef]

6. Huebner, K.D.; Shrive, N.G.; Frank, C.B. Dexamethasone inhibits inflammation and cartilage damage in a new model of
post-traumatic osteoarthritis. J. Orthop. Res. 2013, 32, 566–572. [CrossRef] [PubMed]

7. Grodzinsky, A.J.; Wang, Y.; Kakar, S.; Vrahas, M.S.; Evans, C.H. Intra-articular dexamethasone to inhibit the development of
post-traumatic osteoarthritis. J. Orthop. Res. 2016, 35, 406–411. [CrossRef]

8. Randau, T.; Schildberg, F.A.; Alini, M.; Wimmer, M.D.; Haddouti, E.-M.; Gravius, S.; Ito, K.; Stoddart, M.J. The Effect of
Dexamethasone and Triiodothyronine on Terminal Differentiation of Primary Bovine Chondrocytes and Chondrogenically
Differentiated Mesenchymal Stem Cells. PLoS ONE 2013, 8, e72973. [CrossRef]

9. Derfoul, A.; Perkins, G.L.; Hall, D.J.; Tuan, R.S. Glucocorticoids Promote Chondrogenic Differentiation of Adult Human
Mesenchymal Stem Cells by Enhancing Expression of Cartilage Extracellular Matrix Genes. Stem Cells 2006, 24, 1487–1495.
[CrossRef]

10. Zilretta Prices, Coupons and Patient Assistance Programs. Available online: https://www.drugs.com/price-guide/zilretta
(accessed on 16 December 2020).

11. MedScape Drugs & Diseases. Triamcinolone Acetonide EXTENDED-Release Injectable Suspension (Rx). Available online: https:
//reference.medscape.com/drug/Zilretta-triamcinolone-acetonide-extended-release-injectable-suspension-1000219 (accessed
on 16 December 2020).

12. Li, Y.; Cao, J.; Han, S.; Liang, Y.; Zhang, T.; Zhao, H.; Wang, L.; Sun, Y. ECM based injectable thermo-sensitive hydrogel on the
recovery of injured cartilage induced by osteoarthritis. Artif. Cells Nanomed. Biotechnol. 2018, 46, 152–160. [CrossRef]

13. Li, J.; Chen, G.; Xu, X.; Abdou, P.; Jiang, Q.; Shi, D.; Gu, Z. Advances of injectable hydrogel-based scaffolds for cartilage
regeneration. Regen. Biomater. 2019, 6, 129–140. [CrossRef] [PubMed]

14. Qian, S.; Wong, Y.C.; Zuo, Z. Development, characterization and application of in situ gel systems for intranasal delivery of
tacrine. Int. J. Pharm. 2014, 468, 272–282. [CrossRef]

15. Fakhari, A.; Corcoran, M.; Schwarz, A. Thermogelling properties of purified poloxamer 407. Heliyon 2017, 3, e00390. [CrossRef]
16. Klouda, L. Thermoresponsive hydrogels in biomedical applications: A seven-year update. Eur. J. Pharm. Biopharm. 2015, 97,

338–349. [CrossRef]
17. Akkari, A.C.S.; Papini, J.Z.B.; Garcia, G.K.; Franco, M.K.K.D.; Cavalcanti, L.P.; Malfatti-Gasperini, A.; Alkschbirs, M.I.;

Yokaichyia, F.; de Paula, E.; Tófoli, G.R.; et al. Poloxamer 407/188 binary thermosensitive hydrogels as delivery systems
for infiltrative local anesthesia: Physico-chemical characterization and pharmacological evaluation. Mater. Sci. Eng. C 2016, 68,
299–307. [CrossRef]

18. Yu, L.; Ding, J. Injectable hydrogels as unique biomedical materials. Chem. Soc. Rev. 2008, 37, 1473–1481. [CrossRef] [PubMed]
19. Ricci, E.J.; Lunardi, L.O.; Nanclares, D.M.A.; Marchetti, J.M. Sustained release of lidocaine from Poloxamer 407 gels. Int. J. Pharm.

2005, 288, 235–244. [CrossRef]
20. Chung, T.-W.; Lin, S.-Y.; Liu, D.-Z.; Tyan, Y.-C.; Yang, J.-S. Sustained release of 5-FU from Poloxamer gels interpenetrated by

crosslinking chitosan network. Int. J. Pharm. 2009, 382, 39–44. [CrossRef]

http://doi.org/10.1016/j.ijpharm.2019.118859
http://doi.org/10.5312/wjo.v5.i3.351
http://doi.org/10.1002/adhm.202101479
http://www.ncbi.nlm.nih.gov/pubmed/34535978
http://doi.org/10.1016/j.msec.2021.112254
http://doi.org/10.3390/ijms17040411
http://doi.org/10.1002/jor.22568
http://www.ncbi.nlm.nih.gov/pubmed/24375646
http://doi.org/10.1002/jor.23295
http://doi.org/10.1371/journal.pone.0072973
http://doi.org/10.1634/stemcells.2005-0415
https://www.drugs.com/price-guide/zilretta
https://reference.medscape.com/drug/Zilretta-triamcinolone-acetonide-extended-release-injectable-suspension-1000219
https://reference.medscape.com/drug/Zilretta-triamcinolone-acetonide-extended-release-injectable-suspension-1000219
http://doi.org/10.1080/21691401.2018.1452752
http://doi.org/10.1093/rb/rbz022
http://www.ncbi.nlm.nih.gov/pubmed/31198581
http://doi.org/10.1016/j.ijpharm.2014.04.015
http://doi.org/10.1016/j.heliyon.2017.e00390
http://doi.org/10.1016/j.ejpb.2015.05.017
http://doi.org/10.1016/j.msec.2016.05.088
http://doi.org/10.1039/b713009k
http://www.ncbi.nlm.nih.gov/pubmed/18648673
http://doi.org/10.1016/j.ijpharm.2004.09.028
http://doi.org/10.1016/j.ijpharm.2009.07.035


Gels 2022, 8, 44 15 of 16

21. Abdeltawab, H.; Svirskis, D.; Sharma, M. Formulation strategies to modulate drug release from poloxamer based in situ gelling
systems. Expert Opin. Drug Deliv. 2020, 17, 495–509. [CrossRef] [PubMed]

22. Jung, Y.-S.; Park, W.; Park, H.; Lee, D.-K.; Na, K. Thermo-sensitive injectable hydrogel based on the physical mixing of hyaluronic
acid and Pluronic F-127 for sustained NSAID delivery. Carbohydr. Polym. 2017, 156, 403–408. [CrossRef] [PubMed]

23. Nascimento, M.H.M.; Franco, M.K.K.D.; Yokaichyia, F.; de Paula, E.; Lombello, C.B.; de Araujo, D.R. Hyaluronic acid in
Pluronic F-127/F-108 hydrogels for postoperative pain in arthroplasties: Influence on physico-chemical properties and structural
requirements for sustained drug-release. Int. J. Biol. Macromol. 2018, 111, 1245–1254. [CrossRef]

24. Gratieri, T.; Gelfuso, G.M.; Rocha, E.M.; Sarmento, V.H.; de Freitas, O.; Lopez, R.F.V. A poloxamer/chitosan in situ forming gel
with prolonged retention time for ocular delivery. Eur. J. Pharm. Biopharm. 2010, 75, 186–193. [CrossRef]

25. Zaki, N.M.; Awad, G.A.; Mortada, N.D.; ElHady, S.S.A. Enhanced bioavailability of metoclopramide HCl by intranasal adminis-
tration of a mucoadhesive in situ gel with modulated rheological and mucociliary transport properties. Eur. J. Pharm. Sci. 2007,
32, 296–307. [CrossRef] [PubMed]

26. Lin, H.-R.; Sung, K.C.; Vong, W.-J. In Situ Gelling of Alginate/Pluronic Solutions for Ophthalmic Delivery of Pilocarpine.
Biomacromolecules 2004, 5, 2358–2365. [CrossRef] [PubMed]

27. Chen, C.-C.; Fang, C.-L.; Al-Suwayeh, S.A.; Leu, Y.-L.; Fang, J.-Y. Transdermal delivery of selegiline from alginate–Pluronic
composite thermogels. Int. J. Pharm. 2011, 415, 119–128. [CrossRef]

28. Shen, Y.; Xu, Y.; Yi, B.; Wang, X.; Tang, H.; Chen, C.; Zhang, Y. Engineering a Highly Biomimetic Chitosan-Based Cartilage Scaffold
by Using Short Fibers and a Cartilage-Decellularized Matrix. Biomacromolecules 2021, 22, 2284–2297. [CrossRef]

29. Ragetly, G.R.; Slavik, G.J.; Cunningham, B.T.; Schaeffer, D.J.; Griffon, D.J. Cartilage tissue engineering on fibrous chitosan scaffolds
produced by a replica molding technique. J. Biomed. Mater. Res. Part A 2010, 93, 46–55. [CrossRef]

30. Chenite, A.; Chaput, C.; Wang, D.; Combes, C.; Buschmann, M.D.; Hoemann, C.D.; Leroux, J.C.; Atkinson, B.L.; Binette, F.;
Selmani, A. Novel injectable neutral solutions of chitosan form biodegradable gels in situ. Biomaterials 2000, 21, 2155–2161.
[CrossRef]

31. Salama, A.H.; Abdelkhalek, A.A.; Elkasabgy, N.A. Etoricoxib-loaded bio-adhesive hybridized polylactic acid-based nanoparticles
as an intraarticular injection for the treatment of osteoarthritis. Int. J. Pharm. 2020, 578, 119081. [CrossRef]

32. Comblain, F.; Rocasalbas, G.; Gauthier, S.; Henrotin, Y. Chitosan: A promising polymer for cartilage repair and viscosupplementa-
tion. Bio-Med. Mater. Eng. 2017, 28, S209–S215. [CrossRef]

33. Malli, S.; Bories, C.; Pradines, B.; Loiseau, P.M.; Ponchel, G.; Bouchemal, K. In situ forming pluronic® F127/chitosan hydrogel
limits metronidazole transmucosal absorption. Eur. J. Pharm. Biopharm. 2017, 112, 143–147. [CrossRef] [PubMed]

34. Sherif, A.Y.; Mahrous, G.M.; Alanazi, F.K. Novel in-situ gel for intravesical administration of ketorolac. Saudi Pharm. J. 2018, 26,
845–851. [CrossRef]

35. Karatas, A.; Boluk, A.; Algan, A.H. Poloxamer/Chitosan In Situ Gelling System for Ocular Delivery of Ofloxacin. Curr. Drug Ther.
2015, 9, 219–225. [CrossRef]

36. Nafee, N.; Ameen, A.E.R.; Abdallah, O.Y. Patient-Friendly, Olfactory-Targeted, Stimuli-Responsive Hydrogels for Cerebral
Degenerative Disorders Ensured > 400% Brain Targeting Efficiency in Rats. AAPS PharmSciTech 2020, 22, 6. [CrossRef]

37. Hashemnejad, S.M.; Badruddoza, A.Z.M.; Zarket, B.; Castaneda, C.R.; Doyle, P.S. Thermoresponsive nanoemulsion-based gel
synthesized through a low-energy process. Nat. Commun. 2019, 10, 2749. [CrossRef]

38. Cho, H.-J.; Balakrishnan, P.; Park, E.-K.; Song, K.-W.; Hong, S.-S.; Jang, T.-Y.; Kim, K.-S.; Chung, S.-J.; Shim, C.-K.; Kim, D.-D.
Poloxamer/Cyclodextrin/Chitosan-Based Thermoreversible Gel for Intranasal Delivery of Fexofenadine Hydrochloride.
J. Pharm. Sci. 2011, 100, 681–691. [CrossRef] [PubMed]

39. Chatterjee, S.; Hui, P.C.-L.; Kan, C.-W.; Wang, W. Dual-responsive (pH/temperature) Pluronic F-127 hydrogel drug delivery
system for textile-based transdermal therapy. Sci. Rep. 2019, 9, 11658. [CrossRef]

40. Wang, W.; Wat, E.; Hui, P.C.L.; Chan, B.; Ng, F.S.F.; Kan, C.-W.; Wang, X.; Hu, H.; Wong, E.C.W.; Lau, C.B.S.; et al. Dual-functional
transdermal drug delivery system with controllable drug loading based on thermosensitive poloxamer hydrogel for atopic
dermatitis treatment. Sci. Rep. 2016, 6, 24112. [CrossRef]

41. Yap, L.-S.; Yang, M.-C. Evaluation of hydrogel composing of Pluronic F127 and carboxymethyl hexanoyl chitosan as injectable
scaffold for tissue engineering applications. Colloids Surfaces B Biointerfaces 2016, 146, 204–211. [CrossRef] [PubMed]

42. Park, K.M.; Lee, S.Y.; Joung, Y.K.; Na, J.S.; Lee, M.C.; Park, K.D. Thermosensitive chitosan–Pluronic hydrogel as an injectable cell
delivery carrier for cartilage regeneration. Acta Biomater. 2009, 5, 1956–1965. [CrossRef]

43. Suflet, D.M.; Popescu, I.; Pelin, I.M.; Ichim, D.L.; Daraba, O.M.; Constantin, M.; Fundueanu, G. Dual Cross-Linked Chitosan/PVA
Hydrogels Containing Silver Nanoparticles with Antimicrobial Properties. Pharmaceutics 2021, 13, 1461. [CrossRef] [PubMed]

44. Casimiro, M.H.; Pereira, A.; Leal, J.P.; Rodrigues, G.; Ferreira, L.M. Chitosan/PVA Based Membranes Processed by Gamma
Radiation as Scaffolding Materials for Skin Regeneration. Membranes 2021, 11, 561. [CrossRef]

45. Song, X.; Liu, L.; Wu, X.; Liu, Y.; Yuan, J. Chitosan-Based Functional Films Integrated with Magnolol: Characterization, Antioxidant
and Antimicrobial Activity and Pork Preservation. Int. J. Mol. Sci. 2021, 22, 7769. [CrossRef]
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