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Hydrogels have attracted great interest in the biomedical applications field in recent
years. Their biocompatibility, similarity with biological tissues, and ability to be tailored
with specific properties make them one of the most promising groups of biomaterials [1].
They can be manipulated to obtain controlled structures and dynamic functionalities or
mimic the biological complexity of live tissues. They can also be produced as films, 3D
printable structures, fibers, and nanoparticles, making them quite versatile. Hydrogels
can also load different compounds within their polymeric network to be used as delivery
platforms capable of providing sustained drug release [2]. Some hydrogels behave as smart
stimuli-responsive materials since their network can suffer modifications in response to
external triggers (e.g., pH, temperature, electrical and magnetic fields, light, or the presence
of different biomolecules) and change their hydrophilicity, swelling capacity, physical
properties, or molecule permeability [3]. They also present self-healing or shape memory
properties. Hydrogels currently have a large number of applications that range from the
ophthalmic area (contact lenses, intraocular lenses, and ocular implants) to the cardiovascu-
lar (catheter coatings and valves) or skin healing/substitution area (suture threads, wound
dressings, and skin grafts). Their role has also become increasingly important in areas such
as tissue engineering and regenerative medicine (where they can be used as cell scaffolds)
and biosensing [4].

Although we have made several advances in the design of hydrogels for biomedical
applications in recent years, many challenges remain in obtaining new materials that, in
addition to being safe, ensure an efficient performance. This Special Issue brings together
six original research works and five reviews focusing on the most diverse topics related to
this theme. Examples of new materials intended for soft tissue augmentation, scaffolds,
or drug delivery can be found. Reviews addressing specific hydrogel applications, such
as the treatment of bladder cancer or the production of microneedles, and current issues
of great interest, like the use of artificial intelligence (AI) for hydrogel development, are
presented. Some of the most recent achievements in the area illustrating different aspects of
the synthesis, characterization, and application of this type of materials that will certainly
continue at the forefront of biomaterial applications are also shown.

Della Salla et al. developed a composite hydrogel based on hyaluronic acid (HA)/
carboxymethyl cellulose (CMC), crosslinked with 1,4-butanediol diglycidyl ether (BDDE),
intending it to be used in soft tissue augmentation. To obtain a good-performing HA-based
hydrogel filler, they prepared materials with different HA /CMC ratios and reaction condi-
tions (different polymerization temperatures during different times) and evaluated their
viscoelastic properties, thermal stability upon sterilization in an autoclave, and swelling
capacity. The hydrogel containing HA /CMC at a ratio of 1/1, which was prepared at room
temperature for 24 h, presented the highest viscoelastic moduli before and after thermal
treatment. It showed a dense crosslinking network that explained its rheological properties
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and thermal resistance. In tests carried out with fibroblasts, the hydrogels led to a cell
viability of 90%, and there were no significant changes in cell morphology.

In another study, Lim et al. developed a new strategy to design multi-layered hydro-
gels for soft hydrogel actuators. They studied the effect of using diffusion to produce an
interfacial layer between each layered hydrogel on the enhancement of the design and
fabrication precision. The presence of this interfacial layer reduced the degree of mismatch
in the self-folding process. The results show a direct relation between the interfacial layer’s
thickness and its curvature radius during the self-folding process of the multi-layered
hydrogel. Such a layer ensures the integrity of the system in operation as it prevents the
separation of layers in the multi-layered hydrogel during actuation.

Gialouri et al. grafted a sodium alginate-based copolymer using thermoresponsive
poly(N-isopropylacrylamide) (PNIPAM) chains and combined it with methylcellulose (MC)
to be used in scaffolds. The material was achieved via a dual crosslinking mechanism
including ionic interactions among Ca®* and carboxyl groups and secondary hydrophobic
associations of PNIPAM. The results demonstrate that MC significantly enhanced the
mechanical properties. The dynamic moduli of the resulting gels make them suitable
for the 3D printing of scaffolds. Adhered pre-osteoblastic cells showed a high viability
promoting osteogenic potential, as evidenced by the increased alkaline phosphatase activity,
calcium, and collagen production.

Carboxymethyl chitosan (CMCh) microgels were synthesized by Sahiner and cowork-
ers with a tailored size and zeta potential for drug delivery purposes by using a microemul-
sion environment and divinyl sulfone (DVS) as a crosslinker. The microgels presented a
spherical structure and a size in the range of 1-10 um. The materials showed high bio-
compatibility in cytotoxicity tests with 1.929 fibroblasts. The antibiotic drug Vancomycin
(Van) was used as the model drug to verify its drug-carrying abilities. The MIC values of
the drug released from the Van@CMCh microgels after 24 h were 68.6 and 7.95 ug/mL for
E. coliand S. aureus, respectively. The results demonstrate that Van@CMCh microgels have
an effective antibiotic effect against S. aureus up to 72 h.

In turn, a lignocellulose sponge containing pentoxifylline (PTX)-loaded lecithin/
chitosan nanoparticles (LCNs) was developed by Dehghani et al. to be used in wound
dressings. They functionalized lignocellulose hydrogels by oxidation/amination, freeze-
dried them, and loaded them with nanoparticles. Drug release assays showed that PTX
was released in a sustained way. In vivo wound healing studies were performed in rats
to which full-thickness excisional wound models were induced. Histological examination
confirmed that the PTX-loaded hydrogels performed better and were more suitable for
treating chronic wounds compared to the unloaded hydrogels and those that underwent
normal treatment with saline solution.

Polyglycerol dendrimers (PGDs) have demonstrated remarkable properties for drug
delivery and solubilization, bioimaging, and diagnostics. Ooya and Lee produced PGD
hydrogels crosslinked with ethylene glycol diglycidylether (EGDGE) at various concen-
trations and evaluated their potential for controlling the release of poorly soluble drugs.
Paclitaxel (PTX), an anti-cancer drug, was loaded by soaking hydrogels in the drug solu-
tion. The increase in the swelling capacity enhanced PTX loading. No evidence of PTX
crystallization was observed as the hydrogels remained transparent, and an FTIR analysis
revealed a good dispersion of the drug. About 60% of the loaded PTX was released in sink
conditions within 90 min. The results show the potential of these hydrogels for the fast
release of hydrophobic drugs, e.g., for oral administration.

In their review, Sghier et al. gathered information on the latest advances in the devel-
opment of nanoemulgels for wound healing, skin appendage infections, inflammatory skin
diseases, skin cancer, neuropathy, or anti-ageing purposes, encapsulating a wide range of
molecules, including commercial drugs, repurposed drugs, and other natural and synthetic
compounds. All developed formulations showed more advantageous characteristics than
those that are currently marketed, with adequate droplet size, PDI, pH, stability, viscosity,
spreadability, drug release, and drug permeation and/or retention capacity. Their safety
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and efficacy were confirmed in vitro and/or in vivo, demonstrating their potential to be
used as platforms to replace current therapies or as potential adjuvant treatments, which
can one day effectively reach the market to help combat high-incidence skin or systemic
diseases and conditions.

Cutting-edge topics, including artificial intelligence (AI) and machine learning (ML),
were also addressed. Negut et al. explored their integration in hydrogel development,
highlighting their importance in improving the design, characterization, and optimization
of hydrogels for various applications. The concept of using Al for train hydrogel design is
introduced, underlining its potential to decipher intricate relationships between hydrogel
compositions, structures, and properties from complex datasets. Classic physical and
chemical techniques in hydrogel design are described to lay the foundation for advances in
AI/ML along with Al/ML-enhanced numerical and analytical methods. ML techniques,
such as neural networks and support vector machines, which accelerate pattern recognition
and predictive modeling using large datasets and advance the discovery of hydrogel for-
mulations, are also presented. In sum, this review shows how Al and ML have transformed
hydrogel design by accelerating material discovery, optimizing properties, reducing costs,
enabling precise customization, and offering innovative solutions for drug delivery, tissue
engineering, wound healing, and more.

Hydrogels have also gained attention in the field of transdermal microneedles thanks
to their tunable properties, which allow them to be exploited as delivery systems and ex-
traction tools. However, since hydrogel microneedles are a new emerging technology, their
manufacture faces several challenges that need to be addressed for them to be redeemed
as a viable pharmaceutical option. Shriky et al. reviewed hydrogel microneedles from a
material standpoint, independent of their mechanism of action, citing advances in their
formulation, presenting relevant manufacturing and characterization methods, and dis-
cussing the regulatory and manufacturing challenges faced by these emerging technologies
before their approval.

In their review, Omidian et al. emphasize the adaptability and promise of injectable
hydrogel nanocomposites in biomedical research. Injectable hydrogels have become popu-
lar due to their ability for controlled release, targeted delivery, and improved mechanical
properties. These materials exhibit potential in many areas, including joint ailments, cardiac
regeneration, eye disease treatment, and post-operative analgesia. They are also useful in
tissue regeneration, cardiovascular issues, ischemic brain injury, and personalized cancer
immunotherapy. Moreover, nano-hydroxyapatite-enriched hydrogels offer promise in
bone regeneration, tackling bone defects, osteoporosis, and tumor-associated recovery
challenges. In wound care and cancer treatment, they facilitate controlled release, expedite
wound healing, and target drug release. Their review also includes a perspective section
that delves into future possibilities, underscores interdisciplinary collaboration, and em-
phasizes the bright prospects of injectable hydrogel nanocomposites in biomedical research
and applications.

The last review, prepared by Lima et al., focuses on describing the current situation of
bladder cancer, the tenth most common type of cancer worldwide. After describing the
disease and available treatments, they present a report on the main mucoadhesive polymer-
based drug delivery systems (DDSs) that were developed in recent years. These DDSs have
an increased ability to improve the drug residence time, permeation capacity, and target
release, which may prevent the need for frequent catheter insertions with reduced intervals
between doses that are followed by current intravesical therapies and which are highly
demotivating for patients. A brief review of the methods used for assessing mucoadhesion
properties is also shown, along with a discussion of the different polymers suitable for
this application.
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Abstract: The use of fillers for soft tissue augmentation is an approach to restore the structure in
surgically or traumatically created tissue voids. Hyaluronic acid (HA), is one of the main components
of the extracellular matrix, and it is widely employed in the design of materials with features
similar to human tissues. HA-based fillers already find extensive use in soft tissue applications, but
are burdened with inherent drawbacks, such as poor thermal stability. A well-known strategy to
improve the HA properties is to reticulate it with 1,4-Butanediol diglycidyl ether (BDDE). The aim
of this work was to improve the design of HA hydrogels as fillers, by developing a crosslinking
HA method with carboxymethyl cellulose (CMC) by means of BDDE. CMC is a water soluble
cellulose ether, whose insertion into the hydrogel can lead to increased thermal stability. HA /CMC
hydrogels at different ratios were prepared, and their rheological properties and thermal stability
were investigated. The hydrogel with an HA/CMC ratio of 1/1 resulted in the highest values
of viscoelastic moduli before and after thermal treatment. The morphology of the hydrogel was
examined via SEM. Biocompatibility response, performed with the Alamar blue assay on fibroblast
cells, showed a safety percentage of around 90% until 72 h.

Keywords: hyaluronic acid; carboxymethyl cellulose; BDDE; hydrogels; fillers

1. Introduction

Disease, trauma, and aging result in the loss of dermal collagen and fat, leading to
deficits in soft tissue [1]. As a consequence, there is a need to develop materials that safely
and effectively restore areas of deficiency. Soft tissue fillers have been used for decades
for reconstructive and aesthetic procedures [2]. HA is a naturally occurring biopolymer,
mainly concentrated in soft connective tissue extracellular matrix (ECM), dermis, vitreous
body of the eye, hyaline cartilage, synovial joint fluid, intervertebral disc nucleus pulpous,
and umbilical cord. HA consists of repeating disaccharide units composed of N-acetyl-
D-glucosamine and D-glucuronic acid linked by a (3-1,4 glycosidic, bond, whereas the
disaccharides are linked by 3-1,3 glycosidic bonds [3]. Its unique characteristics, such
as biocompatibility, biodegradability, and mucoadhesiveness, as well as its viscoelastic
properties, have led it to be used in a versatile manner in various biomedical applications [4].
HA-based hydrogels hold great promise for soft tissue engineering to replace damaged
or lost tissues, since these biomaterials provide an environment close to the native ECM.
It has been found that HA-based filler materials are useful in corrective and surgical
fields, for example in aesthetic applications (such as facial contouring and in products
for soft tissue augmentation), surgery, such as in sutures, drug administration, and moist
wound dressing [5-7]. Moreover, HA-based hydrogels can be considered a potential
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implantable biomaterial for soft tissue augmentation or replacement [8]. Concentrated HA
aqueous solutions are characterized by the presence of a self-aggregate polymer network in
which intramolecular and intermolecular interactions are present due to the establishment
of hydrogen bonds and hydrophobic interactions. [9]. When the material undergoes a
shear stress, the so-formed physical network confers to these solutions the properties of a
viscoelastic solid, if the strain or the time of application are small enough. Nevertheless,
the weak intra- and interchain interactions are not able to maintain the structure upon
prolonged stress, which causes the disentanglement of the network and the flow of the
solution, which behaves as a viscoelastic fluid. In this frame, to improve the performance
of the material as a filler, the chemical crosslinking of HA is necessary in order to increase
the rigidity of the polymer network, extend its permanence in the site of application, and
reduce its susceptibility to enzymatic degradation [10]. Several crosslinkers have been used
to reticulate HA, such as 1,4-Butanediol diglycidyl ether (BDDE), 1,2,7,8-diepoxyoctane
(DEO), divinyl sulfone (DVS), hexamethylenediamine (HMDA), and polyethylene glycol
diglycidyl ether (PEGDE) [11]. A frequently used method today for crosslinking HA is
the reaction with BDDE under alkaline conditions to yield a stable covalent ether linkage
between HA and the cross-linker [12,13]. Further studies have evaluated the opportunity
to prepare composite hydrogels by crosslinking HA with other polymers in order to
obtain hydrogels with enhanced performances. For example, HA crosslinked with lactate-
modified chitosan was observed to increase the elasticity of the material, because of the
electrostatic interaction between the two polymers [14]. In another work, BDDE was used
to crosslink HA and bacterial cellulose to obtain a wound dress with improved surface
properties and mechanical and thermal resistance [15]. Indeed, the use of cellulose-based
materials is also advantageous in the preparation of biomedical devices with a structural
function, such as scaffolds and fillers. Cellulose is a linear polysaccharide of glucose, linked
by 3-(1,4)-glycosidic bonds, that has a structural task in plants. Cellulose is biocompatible
and widely abundant in nature, and is stable in a physiological environment because
amylases present in animals are not able to hydrolyze (3-glycosidic bonds. At the same
time, despite cellulose not being intrinsically hydrophobic, it is almost insoluble in water
owing to the high degree of crystallinity [16]. This hindrance can be overcome by means
of the chemical modification of the hydroxyl groups of cellulose, such as etherification
or esterification, in order to make the polymer soluble in water and enlarge its field of
application. Many water-soluble derivatives of cellulose are currently on the market, among
which the most widespread is carboxymethyl cellulose (CMC). CMC'’s cellulose-derived
polysaccharide is available in high-purity forms and has found, since it is FDA-approved,
several biomedical applications due to its biocompatibility and low cost. CMC has a
plant origin, which represents a key advantage over other natural fillers of animal origin,
such as collagen, since it is less likely to elicit an immune response. Furthermore, the
absence of the cellulase enzyme in humans, which digests cellulose, allows for adequate
mechanical stability of CMC in vivo, compared to other natural biomaterial fillers that are
susceptible to enzymatic activity. [17]. Several commercially available fillers such as Laresse,
Radiesse, and Sculptra incorporate CMC with other materials, such as poly(ethylene
oxide), hydroxyapatite, and poly(lactic acid). Most of these fillers use non-cross-linked
formulations of CMC, which can potentially reduce their mechanical stability and in vivo
retention time. Furthermore, the presence of synthetic components in these fillers can make
selective removal following adverse reactions, migration, or placement very challenging,
requiring invasive surgical procedures [18]. However, the right compromise between
viscoelastic properties, the persistence of fillers, and biocompatibility must be achieved.
The combination of HA and CMC is expected to improve CMC as a biomaterial while
increasing HA’s mechanical properties and their thermal stability. In this frame, a composite
hydrogel based of HA /CMC crosslinked with BDDE has been developed for soft tissue
augmentation for the first time with the main aim to obtain a better-performing HA-based
hydrogel filler. HA /CMC composite hydrogels were developed at different ratios and their
viscoelastic properties, thermal stability, and swelling ratio were investigated in order to
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optimize composition and reaction conditions. The morphology and the biocompatibility
response of the hydrogel that possessed the best performance were then investigated.

2. Results and Discussion
2.1. The Design of the Protocol

In this work a protocol was developed for the preparation of a HA/CMC composite
hydrogel, crosslinked with BDDE, for application in soft tissue augmentation. To achieve
this goal, two protocols for crosslinking HA with the same concentration of HA and BDDE
were compared, investigating the effect of time and temperature (Table 1) [19]. Briefly, HA
was dissolved in a NaOH 1% w/w solution, then BDDE was added and the mixture was
left to react at 25 °C for 24 h and at 50 °C for 2 h, respectively. The materials prepared with
the two protocols were labeled HA1 and HA2. In alkaline solution, the crosslinking of HA
occurs by means of the nucleophilic addition of the primary hydroxyl groups present at the
C-6 position on the N-acetyl-D-glucosamine to the epoxydic groups of BDDE, forming an
ether bond (Figure 1) [20].

Table 1. Experimental conditions for the preparation of HA hydrogels.

Sample CHA (mg/mL) CBDDE (uL/mL) NaOH% T,°C Time, h (;/1;)
HA1 133.3 8.33 1 25 24 80
HA2 133.3 8.33 1 50 2 54

HA %o

" NaOH 1% w/w

—

BDDE {>_o_~ <]

Figure 1. Scheme of the crosslinking reaction of HA by means of BDDE.

After, for each protocol, the material obtained was put in 200 mL of bi-distilled water
for three days, in order to remove the unreacted BDDE, which is known for being toxic [21].
During this purification process, each hydrogel was periodically removed, dried from
excess water and weighed, in order to calculate the swelling ratio (SR) (Table 1). For all
of the hydrogels examined in this work, the equilibrium was reached after 24 h. After the
purification was completed, the viscoelastic moduli of the two materials were measured.
The storage modulus G/, the loss modulus G” and the loss factor tan$ as a function of
the frequency were reported in Figure 2. G’ and G” represent the elastic and viscous
response of the material, respectively, and their ratio tand expresses the behavior of the
viscoelastic materials.
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Figure 2. Representative images of mechanical spectra and tand of HA-based hydrogels crosslinked
with BDDE (HA1) at 25 °C for 24 h (a) and (HA2) at 50 °C for 2 h (b).

The results of rheological analysis are expressed in terms of the value of the storage
modulus G’ and tand at 1 and 10 Hz as reported in Table 2 Both the materials exhibit a
gel-like behavior, for which G’ > G” and tand < 1 in all of the frequency ranges investigated.
The quantitative analysis shows how the HA2 hydrogel, prepared at 50 °C for 2 h, exhibits
higher values of the viscoelastic modulus G’ (640 + 40 at 1 Hz and 1050 =+ 40 at 10 Hz),
lower values of tand (0.4 at 1 Hz and 0.32 at 10 Hz) and lower value of SR (54 w/w),
compared to HA1 hydrogels. In order to evaluate the best protocol to prepare HA /CMC
composite hydrogels, CMC-based hydrogels, crosslinked with BDDE, were prepared with
the two methods reported in Table 3. CMC is able to form hydrogels with BDDE (Figure 3)
by reacting with its carboxylate groups, which act as nucleophiles [22]. Representative
mechanical spectra of the two hydrogels, labeled CMC1 and CMC2, respectively, are
reported in Figure 4.

Table 2. Storage modulus G’ and loss factor of the HA-based and CMC-based hydrogels.

1Hz 10 Hz
Sample
G’ (Pa) tané (-) G’ (Pa) tanéd (-)
HA1 310 £+ 30 0.5 +0.02 420 + 30 0.52 +0.02
HA2 640 + 40 0.4 +£0.02 1050 + 40 0.32 + 0.02
CMC1 130 4+ 30 0.4 +£0.02 220 £+ 30 0.35 + 0.02
CMC2 55 + 30 0.7 +0.02 120 + 30 0.52 £ 0.02

Table 3. Experimental conditions for the preparation of CMC hydrogels.

Sample C CMC (mg/mL) CBDDE (uL/mL) NaOH% T,°C Time, h (zf/lz{u)
CMC1 133.3 8.33 1 25 24 90
CcMC2 133.3 8.33 1 50 2 18
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Figure 3. Scheme of the crosslinking reaction of CMC by means of BDDE.
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Figure 4. Representative images of mechanical spectra and tand of CMC-based hydrogels crosslinked
with BDDE (CMC1) at 25 °C for 24 h (a) and (CMC2) at 50 °C for 2 h (b).

Differently from HA-based hydrogels, a higher stiffness is observed for the hydrogel
CMC1, prepared at 25 °C for 24 h. Furthermore, the mechanical spectrum of the hydrogel
CMC2, obtained at 50 °C for 2 h, almost does not present a trend of the moduli typical of
a hydrogel (Table 2). Contrariwise, a rising trend of the viscoelastic moduli is observed
(Figure 4b), and it appears that an intersection of the curves could be present for lower
values of frequency. This mechanical behavior is more assimilable to entanglement polymer
solutions than a hydrogel [23]. Also, the SR calculated for CMC2 was lower (18 w/w)
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compared to CMC1 (90 w/w), despite it being a stiffer hydrogel. It follows that, for CMC,
reacting for short times at a higher temperature could not lead to a crosslinking of the
material to form a hydrogel. For this reason, the protocol at 25 °C for 24 h was chosen for
the preparation of the HA/CMC composite hydrogels.

2.2. The Optimization of the Composition

The HA/CMC composite hydrogels were prepared following the same procedure
used for HA-based and CMC-based hydrogels. As reported in Table 4, hydrogels prepared
with the HA /CMC weight ratios of 1:3, 1:1, and 3:1, named HCM1, HCM2, and HCM3,
respectively, were examined.

Table 4. Composition, protocol and swelling ratio (SR) of the HA/CMC composite hydrogels prepared.

HA/CMC

Sample  yeight Ratio

CHA
(mg/mL)

CcCMC
(mg/mL)

C BDDE T
(uL/mL) °0),

Time

) SR (w/w)

HCM1
HCM2
HCM3

3/1
1/1
1/3

100
66.6
33.3

33.3
66.6
100

8.33 25
8.33 25
8.33 25

24
24
24

58
76
50

After the purification was completed, and SR was assessed, in order to investigate the
viscoelastic properties of the hydrogels, the Frequency Sweep (FS) tests were performed at
20 °C and 37 °C on the three samples. The results of the frequency sweep tests of the HCMI,
HCM2, and HCM3 were reported in Figure 5a, b, and c, respectively. The mechanical
spectra were analyzed in terms of the dependence of the storage modulus G’ and of the
loss factor tand as a function of the frequency for the two temperatures (Table 5). All of
the HA /CMC-based materials exhibit a trend of the viscoelastic moduli and tand proper
of the hydrogels. The data collected at 20 °C and 37 °C was nearly overlapping, and the
irrelevant effects of temperature were observed. The composite hydrogels HCM1 and
HCM2 exhibited higher viscoelastic moduli and lower loss factor, compared to the HA1
hydrogel, at the same overall polymer concentration. HA and CMC appear, therefore, to
form a synergical network with an increase of rheological properties after the crosslinking.
In particular, the hydrogel HCM2, prepared with an HA/CMC weight ratio of 1/1, is
the hydrogel with the higher values of the moduli and simultaneously higher SR. Finally,
according to the data collected for the CMC-based hydrogels, the sample HCM3, with the
highest content of CMC, was the hydrogel with the lowest mechanical properties among
the three prepared.

Table 5. Viscoelastic properties of the HA/CMC composite hydrogels measured at 20 °C and 37 °C.

20°C,1Hz

20 °C, 10 Hz 37°C,1Hz 37°C, 10 Hz

Sample
P G’ (Pa)

tané (-) G’ (Pa) tané (-) G’ (Pa) tané (-) G’ (Pa)

HCM1
HCM2
HCM3

1700 £ 130
1900 £ 100
380 £ 90

0.13 £0.03
0.15 £ 0.05
0.25 + 0.05

2000 + 120 0.13 £ 0.02
2300 + 100 0.2 £0.04
510 £ 150 0.25 + 0.03

1100 £ 200 0.19
1800.0 £ 200 0.14
360 £ 120 0.2

1400 £ 200
2200 + 100
500 £ 100

In order to obtain a product suitable for withstanding high-impact treatments like, for
example, thermal sterilization, the rheological characterization of the hydrogels has been
completed by measuring the viscoelastic moduli as a function of the frequency, at 20 °C
and 37 °C, after sterilization in an autoclave (AC) at 121 °C for 20 min. The representative
mechanical spectra of the three autoclaved hydrogels were reported in Figure 6a—c, and the
rheological properties were reported in Table 6.

10
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Figure 5. Representative mechanical spectra of HCM1 (a), HCM2 (b), and HCM3 (c) at 20 °C and
37 °C.

Table 6. Viscoelastic properties of the HA /CMC hydrogels after sterilization in an autoclave, mea-

sured at 20 °C and 37 °C.
20°C,1Hz 37°C,1Hz
Sample
G’ (Pa) tansé (-) G'IG zc () G’ (Pa) tans (-) G'IG pc )
HCM1 550 + 90 0.15 + 0.03 3.1 550 + 110  0.13 +0.04 2.1
HCM2 8704+ 120 0.13 +0.05 22 800 + 150  0.09 £+ 0.02 2.3
HCM3 140 + 90 0.30 + 0.02 2.7 190 + 90 0.30 + 0.03 1.9

Among the three hydrogels, after the autoclave sterilization, HCM2 has the highest
storage modulus, and the lower value of tand. Furthermore, compared to the material
that was not autoclaved, expressed as G' /G’ sc, HCM2 has the lower loss of mechanical
properties at 20 °C, while at 37 °C the loss of mechanical properties was comparable,
probably because of the thermal degradation, which caused a reduction in the structuration
of the materials.

11



Gels 2024, 10, 67

20 °C 37 °C

10,000 10,000
_ 1,000 . 1,000
© ©
e «
( ) (.') 100 . . ED 100 SO
© 10{ = G o 10{| = G
o G" . Q"
1 : : : 1 . ‘ :
0.01 0.1 1 10 100 0.01 0.1 1 10 100
f (Hz) f (Hz)
10,000 10,000
—_— 1,000 mmessEEsesssszEgeEssEEEEESe P 1,000 amEmEsEzEmEzz=ssEzssszasasd
© ©
o - e
= 1004 I = 1004 -
(b) o (U]
o 10{ = G © 10{ = G
o G" . Q"
1 . . . 1 ‘ . .
0.01 0.1 1 10 100 0.01 0.1 1 10 100
f (Hz) f (Hz)
10,000 10,000
= G —e
__ 1000 ° G" __1000{ . g
© ©
& e
E 100 —n—__—- = 100 ’__-._—--
© ¢ — |} —
. . - o
o 10+ © 10
1 , . . 1 . : :
0.01 0.1 1 10 100 0.01 0.1 1 10 100
f(Hz) f (Hz)

Figure 6. Mechanical spectra of HCM1 (a), HCM2 (b), and HCM3 (c) after sterilization in an autoclave
at20°Cand 37 °C.

2.3. Fourier-Transformed Infrared (FI-IR) Analysis

The chemical modification of HA/CMC composite hydrogels has been confirmed
by FTIR. The ATR-FTIR spectra acquired from the various samples HCM1, HCM2, and
HCMS3 and the single components of the native HA and CMC are shown in Figure 7a,
along with the comparison between HCM1 and HA/CMC 3/1 (b), HCM2 and HA /CMC
1/1 (c¢), and HCM3 and HA/CMC 1/3 (d) before and after the addition of BDDE. It
can be possible to identify the typical polysaccharide -OH signals at the region between
the 3000 cm~1-3700 cm ! [24,25]. The peaks in the region between the 3000 cm~! and
2700 cm~! are associated with the stretching of -CH, and —~CHj, while the peaks at
1600 cm~! and 1412 cm™! are associated with the symmetric and asymmetric stretch-
ing of -COO groups. Finally, at 1030 cm ™! the C-O-C symmetric stretching ether bands are
observed. The comparison between the spectra of the polymers mixtures after and before
the addition of the crosslinking agent BDDE provided information about the chemical
modification occurring in the composite hydrogels. Indeed, the peak associated with the
stretching of -CHj, and -CHj changes in shape and intensity after the crosslinking with
BDDE occurs. Moreover, the presence of the BDDE covalently cross-linked to polysaccha-
rides is suggested by the absence of the peaks 1256 cm~! and 908 cm ™! that, according to

12
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the literature, belong to the asymmetric and symmetric stretching vibrations of the epoxy
groups of BDDE [26].

OH <CH, €=0  oc.
NH  cH, .

b) | \

——HCM1
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Figure 7. ATR-FTIR spectra of HA, CMC, HMC1, HMC2 and HMC3 (a); HCM1 and HA/CMC
3/1 before adding BDDE (b); HCM2 and HA /CMC 1/1 before adding BDDE (c); and HCM3 and
HA/CMC 1/3 before adding BDDE (d). The arrows highlighted the changes in shape and intensity
of the peak associated with the stretching of -CH, and -CH3 after the crosslinking with BDDE.

2.4. Morphological SEM Evaluation

The morphology of the selected hydrogel HCM2, with higher mechanical perfor-
mance, was qualitatively investigated by means of Scanning Electron Microscopy analysis
(Figure 8). The images acquired show the dense crosslinking networks responsible for the
rheological properties and for the thermal stability of the hydrogel. In particular, Figure 8c
shows information about the cross section of the HCM2 gels, in which it is possible to
observe the porosity and scaffold interconnection [27].

Figure 8. Representative SEM images of HCM2 at (a) 3000 x and (b) 12,000 x magnification and its
cross section 800x (c) magnification.

13
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2.5. Biological Response

In vitro biological response in terms of the cell viability percentage and morphological
analysis of cells represents a key feature in evaluating the design of hydrogels useful
as fillers in soft tissue augmentation applications. The first safety assessment has been
investigated for the selected hydrogel HCM2, which possessed the best performance
properties in terms of rheological properties and swelling. It has been widely established
that the viscoelastic characteristics of the materials influence cell behavior, affecting the
biocompatibility of the cells [28,29]. Biocompatibility results were first assessed via cell
morphology (Figure 9a). Actin filaments, a constituent of the cytoskeleton of the cells, were
stained with FITC phalloidin after 24 h of incubation with HCM2 hydrogel and in untreated
control. Both treated and untreated L.929 cells samples exhibited a typical non-cytotoxic
fibroblast-like morphology [30]. The quantitative analysis of L929 cell viability percentage
has been evaluated using an Alamar blue (AB) assay as reported in Figure 9b. The HCM2
hydrogels showed good safety after 24, 48, and 72 h of incubation with L.929 cells, compared
to the untreated cells control. In particular, after 24, 48, and 72 h of the incubation of HCM2,
L929 cell viability percentage is around 90%, indicating, in accordance with the ISO 10993-5:
2009 standards [31], the good biocompatibility of the hydrogels. Indeed, these standards
specify that cell viabilities greater than 70% indicate the non-cytotoxic behavior of tested
biomaterials, thus, suggesting the absence of the toxic BDDE residues in the hydrogels [32].
Overall, these results indicated that the HCM2 hydrogels have good biocompatibility
properties, indicating that the purification process of the HCM2 gel following crosslinking
by means of BDDE was successfully achieved. In fact, all of the unreacted crosslinker,
which is notoriously cytotoxic, appears to have been removed during the swelling process.

(a)

Em CTR
(b) — 1001 3 HOM2
3
3 =
%
2 50-
%
(&)
24 h 48 h 72 h
Time (h)

Figure 9. (a) Representative cell morphology of control L929 fibroblast cells and 1929 after 24 h of
incubation with the selected HCM2 hydrogels. Actin filaments, stained with phalloidin-FITC (green),
and DAPI (blue)-stained nuclei cells. Images were acquired with a resolution of 1024 x 1024 pixels
with a 63 x oil immersion objective. (b) Cell viability percentage (%) of the L929 cells, after incubation
at 24, 48, and 72 h compared to the control untreated cells. The data are representative of three
repeated experiments in triplicate.
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3. Conclusions

HA-based fillers are widely employed in soft tissue augmentation, both in cosmetic
and in chirurgical practice, but the performance of HA-based devices is often affected by
low mechanical properties and poor resistance to sterilization processes. In this work, for
the first time, HA/CMC composite hydrogels crosslinked with BDDE were prepared. The
optimal conditions in terms of operative temperature and reaction time to crosslink HA
and CMC separately were evaluated with a rheological analysis of the hydrogels. The
results suggested that the better conditions for reticulating HA and CMC were 25 °C for
24 h. Then, hydrogels with a different HA /CMC ratio were prepared, and their rheological
properties were investigated before and after sterilization in an autoclave at 121 °C for
20 min. The hydrogel with an HA/CMC ratio of 1/1, labeled HCM2, exhibited the highest
values of the viscoelastic moduli before and after the thermal treatment. The FTIR has
given us information about the occurrence of chemical modification by means of BDDE
in the composite hydrogels. The morphological analysis of HCM2 via SEM highlighted
the densely reticulate structure of the hydrogel. Finally, the biocompatibility response,
as shown by incubating HCM2 on L1929 cell fibroblast, indicated a good cell viability
percentage of around 90% at 24, 48, and 72 h and along with the morphological analysis,
showed the overall success of the purification process by washing. However, significant
research gaps remain, including a lack of long-term in vivo investigations and immune-
toxicity evaluations. Further work is needed to understand the practical applications of
these HA hydrogel composites. Nevertheless, the use of CMC resulted in improvements in
the HA-based hydrogel properties, indicating that HA /CMC composite hydrogels cross-
linked with BDDE represent a promising platform for the design of filler implants in soft
tissue augmentation.

4. Materials and Methods
4.1. Hydrogel Preparation

Hyaluronic acid (803 KDa) and CMC (750 KDa) were kindly provided by Altergon
s.r] (Morra De Sanctis, Italy), BDDE was purchased from Sigma Aldrich. Two protocols for
the crosslinking of HA with BDDE were evaluated as a starting point for the preparation
of the hydrogels [19]. The conditions employed were reported in Tables 1 and 2, and
were used to prepare HA /CMC-based hydrogels at different polymer ratios. According
to the literature, the use of a high polymer concentration is necessary to obtain HA-based
covalently crosslinked hydrogels [33,34]. HA and CMC hydrogels were also prepared
as a reference. Briefly, for each protocol NaOH 1% w/w solution was gradually added
to dry polymer powder, and the mixture was gently stirred with a spatula, in order to
promote polymer hydration and avoid the formation of bubbles. When the addition of
NaOH solution was complete, the mixture was left for 24 h at room temperature, after that
it appeared as homogeneous systems. Then, 25 uL of BDDE were added to the mixture,
which was left reacting for the time required for each protocol (2 h at 50 °C or 24 h at RT).
Once the time had passed, the mixture was neutralized by adding HCl, and the hydrogels
were put in 200 mL of water for 3 days to remove unreacted BDDE.

4.2. Swelling Ratio

In order to evaluate the swelling ratio (SR) of each hydrogel prepared, during the
purification the hydrogels were withdrawn periodically, dried of excess water, and weighed
until the mass was stable over time. For all of the hydrogels the equilibrium was reached
after 24 h. After purification was completed, the hydrogels were frozen at T = —80 °C
and freeze dried. The dry mass was then weighed, and the swelling ratio was calculated
according to Equation (1):

Wi Wy
=W

where W), is the mass of the hydrogel at the equilibrium and W; is the mass of the
dry hydrogel.

SR (1)
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4.3. Rheological Analysis

The viscoelastic properties of the hydrogels were evaluated by means of oscillatory
regime tests using a rotational rheometer Haake Mars III (Thermo Fisher Scientific, Waltham,
MA, USA) equipped with a parallel plate geometry, 35 mm plate diameter, 0.5 mm gap, and
a thermostatic bath. Hydrogels are viscoelastic materials, and their mechanical response to
a shear stress T presents elements of an elastic solid (Hooke’s law, Equation (2)) and of a
Newtonian liquid (Newton’s law, Equation (3)):

=Gy ()

t=ndy/dt 3)

where G is the elastic modulus of the solid, 1 is the dynamic viscosity of the liquid and v is
the imposed deformation. When a sinusoidal strain with oscillatory frequency w is exerted
over time, the response of the elastic solid (Equation (3)) results shifted by 90° compared
to that of the ideal fluid Equation (4). The frequency w is the oscillation frequency ins~!,

which can also be reported as 27tf, where £ is in Hz.
T = Gygsin(wt) (4)

The mechanical response of a viscoelastic material under a sinusoidal stress can be
therefore written as in Equation (5):

T = G ypsin(wt + §) (5)

where G* is the complex modulus of the material, v is the amplitude of the strain and 6 is
the shift with respect to the behavior of the ideal solid, and is comprised between 0° and
90°. Applying the sum sin identity, Equation (6) can be written as:

T = G ygsin(wt)cos(8) + G ygcos(wt)sin(d) (6)

Equation (6) expresses the response of a viscoelastic material under sinusoidal strain
as the sum of two contributions, one in phase with the strain, and one shifted by 90. Inside
the equation it is possible to define two viscoelastic moduli (Equations (7) and (8)):

G' = G*cos(9) @)

G" = G"sin( ) (8)

where G’ is the storage modulus, and expresses the elastic response of the material, and
G’ is the loss modulus, and expresses the viscous response of the material. Oscillatory
tests allow, therefore, to break down into two contributions the mechanical response of a
viscoelastic material.

In this work frequency sweep (FS) tests were performed to measure the viscoelastic
moduli G’ and G” as a function of frequency in the range 0.1-13 Hz at a fixed strain of 0.5%.
The value of the strain was chosen to have a linear viscoelastic response, independent on
the strain itself, and was determined by means of strain sweep tests. Form FS tests the ratio
between G” and G/, the loss factor tan § (Equation (9)) was calculated as follows:

I

tand = red )

tan & expresses the ratio between the viscous and the solid ratio of the material [35].
Rheological analysis was also performed in order to evaluate the thermal stability of
the hydrogels. The hydrogels were treated in an autoclave for 20 min at 121 °C, and FS tests
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were carried out on the heat-treated hydrogels. The reduction in mechanical properties
was expressed for each material by dividing G’ at 1 Hz before the autoclave for G’ at 1 Hz
after the autoclave.

4.4. Fourier-Transformed Infrared (FT-IR) Analysis

Portions from HA and CMC hydrogel and cross-linked composite hydrogels were
obtained and characterized using Perkin Elmer Frontier Fourier Transform Infrared Spec-
troscopy FI-IR (Waltham, MA, USA), with a single-reflection, universal ATR-IR accessory.
All spectra were recorded between 4000 and 650 cm ™! with a resolution of 4 cm~! and the
data were manipulated using OriginPro 2018 software.

4.5. Morphological Analysis

In order to obtain qualitative morphological information, scanning electron microscopy
(Quanta 200 FEG, FEI Company, Hillsboro, OR, USA) was employed. The samples were
lyophilized and platinum/palladium-sputtered to perform the analysis.

4.6. Biological Resposnse
4.6.1. Cell Culture

In order to evaluate the biological response of the HA/CMC composite hydrogels,
mouse fibroblast 1929 cells derived from mouse C34/An connective tissues (Sigma-Aldrich,
Burlington, MA, USA) were grown in a T-75 cell culture flask (VWR, Radnor, PA, USA) at
37 °C and 5% CO;. Cell culture medium Dulbecco’s Modified Eagle’s medium (DMEM)
(Microgem, Naples, Italy) supplemented with 10% of fetal bovine serum and antibiotics
(penicillin G sodium 100 U/mL, streptomycin 100 nug/mL) were used and changed every
34 days.

4.6.2. Cell Viability and Morphological Assay

To assess the cell morphology, 1.929 cells were seeded at a density of 1 x 10* cells/mL
on fluorodish-35 mm (VWR, Radnor, PA, USA). The selected hydrogel HCM2 was sectioned
and deposited in 3 wells of a 24 well plate and UV sterilization was carried out at 284 nm
for 30 min. Subsequently, the DMEM was added until the samples were covered: these
were left in an incubator at 37 °C for 24 h. The cells were incubated with the hydrogel
eluate for 24 h. Then, the samples were washed three times with PBS and fixed with 10%
formaldehyde for 1 h at 4 °C. Cells were permeabilized with Triton X-100 0.1% in PBS
for 3-5 min. The actin filaments were stained with FITC phalloidin/PBS for 30 min at RT.
Finally, after two washes with PBS to remove the unbound phalloidin, cell nuclei were
stained with 4/,6-diamidino-2-phenylindole DAPI, (Sigma-Aldrich). The samples were
observed using a confocal microscope system (Leica TCS SP8) with a 63 x oil immersion
objective. Images were acquired with a resolution of 1024 x 1024 pixels.

In order to study the cell viability, a density of 5 x 10° cells/mL of 1.929 cells were
seeded on a 96-well plate (World Precision Instruments, Inc., Sarasota, FL, USA). The cells
were then incubated for 24, 48, and 72 h with 200 pL of the HCM2 eluate. Then, the Alamar
blue assay (AB) was performed by adding AB reagent, at 10% v/v with respect to the
medium to the samples and incubated at 37 °C for 4 h. The absorbance of the samples
was measured using a spectrophotometer plate reader (Multilabel Counter, 1420 Victor,
Perkin Elmer, Waltham, MA, USA) at 570 nm and 600 nm. The AB reagent dye indicates an
oxidation-reduction by changing color in response to the chemical reduction in the growth
medium, resulting from cell viability. Data are expressed as the percentage difference
between treated and control to evaluate the percentage of reduction (Reduction %), which
is calculated with the following formula (Equation (10)):

(Oz X Al) — (Ol X Az)

Reduction (%) = (02 X P1) — (01 X ) x 100 (10)
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where O is the molar extinction coefficient (E) of oxidized AB at 570 nm; O, is the E of oxi-
dized AB at 600 nm; A is the absorbance of test wells at 570 nm; A, is the absorbance of test
wells at 600 nm; P is the absorbance of the control well at 570 nm; and P, is the absorbance
of the control well at 600 nm. The percentage of reduction for each sample was normalized
to the percentage of reduction for the control to obtain the cell viability percentage.
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Abstract: Multi-layered hydrogels consisting of bi- or tri-layers with different swelling ratios are
designed to soft hydrogel actuators by self-folding. The successful use of multi-layered hydrogels in
this application greatly relies on the precise design and fabrication of the curvature of self-folding.
In general, however, the self-folding often results in an undesired mismatch with the expecting
value. To address this issue, this study introduces an interfacial layer formed between each layered
hydrogel, and this layer is evaluated to enhance the design and fabrication precision. By considering
the interfacial layer, which forms through diffusion, as an additional layer in the multi-layered
hydrogel, the degree of mismatch in the self-folding is significantly reduced. Experimental results
show that as the thickness of the interfacial layer increases, the multi-layered hydrogel exhibits a
3.5-fold increase in its radius of curvature during the self-folding. In addition, the diffusion layer is
crucial for creating robust systems by preventing the separation of layers in the muti-layered hydrogel
during actuation, thereby ensuring the integrity of the system in operation. This new strategy for
designing multi-layered hydrogels including an interfacial layer would greatly serve to fabricate
precise and robust soft hydrogel actuators.

Keywords: multi-layered hydrogel; interfacial layer; self-folding; soft hydrogel actuators

1. Introduction

Multi-layered hydrogels consisting of bi- or tri-layers with different swelling ratios are
designed to serve as soft hydrogel actuators through self-folding, which can be induced
by external stimuli. These hydrogels have been extensively studied for their potential use
as bio-robots [1], active actuators [2—4], and drug delivery systems [5,6], with a focus on
adjusting their mechanical properties to achieve various shapes [7-9]. For instance, recent
studies have explored their potential in developing innovative soft actuators designed
for live cell stimulation through self-folding, showcasing the adaptability and precision
in controlling their mechanical properties [2]. This soft actuator exhibits the capability
to stimulate live cell clusters through a dynamic interplay of compression and tension,
triggered by changes in temperature. The self-folding mechanism allows for the precise
manipulation of the curvature, ensuring adaptability and precision in live cell stimulation.

The successful utilization of multi-layered hydrogels in soft actuation critically de-
pends on the precision with which the curvature of the self-folding is designed and fabri-
cated [10-12]. Typically, the curvature of these multi-layered hydrogels has been predicted
using the bimetallic strip equation, considering the mechanical properties of individual lay-
ers [13,14]. However, it is imperative to recognize the crucial role played by an overlooked
component, the interfacial layer. The interfacial layer arises as a natural consequence of

Gels 2024, 10, 48. https:/ /doi.org/10.3390/ gels10010048 20

https:/ /www.mdpi.com/journal/gels



Gels 2024, 10, 48

the manufacturing process, forming between adjacent layers of the multi-layered hydrogel
through diffusion. Although not intentionally engineered, its presence exerts a substantial
influence on the system’s behavior. Specifically, the self-folding process, which stands as a
critical element in the functionality of these hydrogel actuators, is intricately influenced
by the properties of this interfacial layer. Neglecting the interfacial layer when designing
and calculating the curvature of self-folding, often using approaches like the bimetallic
strip equation, can lead to discrepancies between the anticipated and actual outcomes
(Figure 1) [15-18]. By considering this layer, formed through diffusion, in the bimetallic
strip equation for a tri-layered hydrogel, we observe a significant reduction in the mismatch
between predicted and experimental curvature values. The interfacial layer introduces a
previously unaccounted factor that shapes the hydrogel’s response during self-folding.
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Figure 1. (a) Schematic description of the preparation of the biological machine (Bio-bot) by self-
folding. (b) Schematic diagram illustrating the design of the radius of curvature for multi-layered
hydrogels. The radius of curvature is predicted using the heat-induced bimetallic strip equation,
with mechanical properties as the expansion ratio and elastic modulus of each layer. (c) Image
depicting the radius of curvature of the multi-layered hydrogel, formed larger than the intended
radius of curvature.

In this study, we examine the significance of this interfacial layer, emphasizing that it
should not be disregarded when considering multi-layered hydrogels. By incorporating
this naturally occurring layer as an essential component of the system, a more accurate
representation of the self-folding behavior can be achieved, aligning the theoretical results
with practical observations. Furthermore, we demonstrate that this interfacial layer plays a
crucial role in maintaining the structural integrity of the multi-layered hydrogel during
actuation. Its presence prevents the separation of layers and contributes to the robustness
of the entire system. It acts as a diffusion layer that crosslinks with both layers, effectively
binding them together and ensuring that the two distinct layers do not separate during
actuation, which is vital for the structural integrity of the multi-layered hydrogel system.
Thus, the consideration of the interfacial layer is essential for precision in self-folding as
well as the creation of robust and dependable soft hydrogel actuators. In conclusion, this
study highlights the underestimated role of the interfacial layer in multi-layered hydrogels.
By recognizing and incorporating this layer into the design and analysis, we bridge the gap
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between theory and reality, ultimately leading to more accurate, reliable, and resilient soft
hydrogel actuators [19-22].

2. Results and Discussion
2.1. Mechanical Properties of Individual Layers in Multi-Layered Hydrogels

In this section, we present a comprehensive overview of the molecular structure and
synthetic pathway employed to fabricate the bi-layered hydrogel. The choice of acrylamide
(AAm) as the monomer and N,N’-methylenebisacrylamide (MBA) as the cross-linker, along
with the incorporation of the initiator Irgacure2959, is detailed. The concentration variations
and the rationale behind the selection of MBA concentrations in the first and second layers
are discussed. Furthermore, we elaborate on the photo-crosslinking process and conditions,
emphasizing their role in the formation of a well-defined bi-layered hydrogel.

First, the investigation into the mechanical properties of hydrogels by varying the
cross-linker concentration highlighted essential aspects of their behavior. The dependence
of the expansion ratio (S) and elastic modulus (E) on the MBA concentration underscored
the need to tailor these properties for specific applications, such as self-folding in multi-
layered hydrogels. The expansion ratio and elastic modulus of the hydrogel, composed
of AAm monomer at 20% (w/v) and varying concentrations of MBA (0.02-0.3% w/v),
were measured. As the concentration of the cross-linker increased, the swelling ratio (S)
and expansion ratio (E), calculated using the formulas described in the Materials and
Methods section (Equations (1) and (2)), exhibited a decrease, while the elastic modulus (E)
demonstrated an increase (see Figure 2 for details). The swelling ratio, calculated using
Equation (1), represents the degree to which the hydrogel can absorb water depending on
the mass (W) of the total polymer comprising the hydrogel. However, when inducing self-
folding in multi-layered hydrogels, it is more important to consider how much each layer of
the hydrogel actually expands compared to its initial size. While conventional approaches
focus on adjusting the swelling ratio, our study emphasizes the importance of considering
the expansion ratio, particularly in the context of self-folding applications. Evaluating how
each layer of the hydrogel expands compared to its initial size provides a more accurate
prediction of the radius of curvature for multi-layered hydrogels. This challenges the
traditional reliance on the swelling ratio alone. Moreover, the trends observed in Figure 2
reveal specific concentration-dependent behaviors, further supporting the argument for
tailoring mechanical properties to achieve optimal self-folding characteristics in multi-
layered hydrogels. In summary, our approach shifts the focus from the conventional
emphasis on adjusting the swelling ratio to a more nuanced consideration of the expansion
ratio in multi-layered hydrogels. By evaluating how each layer expands relative to its initial
size, we gain a more precise understanding of self-folding dynamics.
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Figure 2. (a) The swelling ratio of the AAm hydrogels with varying MBA concentrations. (b) The
expansion ratio and the elastic modulus of the AAm hydrogels at different MBA concentrations.
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2.2. Design and Fabrication of Multi-Layered Hydrogels

A bi-layered hydrogel was formed using a photo-crosslinking process, consisting of
two layers. The first layer was crosslinked using a fixed concentration of MBA (0.04% w/v),
while the concentration of the second layer was adjusted to 0.08-0.3% (w/v). The radius of
curvature (r) was calculated using the formulas described in the Materials and Methods
section (Equation (4)) to predict the curvature of the multi-layered hydrogel upon self-
folding. The calculated radius of curvature was then compared to the radius of curvature
of the fully expanded bi-layered hydrogel (Figure 3a). However, the experimental radius of
curvature of the bi-layered hydrogel did not match the calculated radius of curvature. For
example, in the case of Bi-layered hydrogel (BH), such as BH-1, which had a difference in
the expansion ratio of 0.11 between the two layers, it was predicted to be 1.44 mm. However,
the experimental radius of curvature was 1.74 mm, representing a 1.2-fold difference from
the designed radius of curvature. The curvature of BH-3 was also found to be significantly
different from the designed radius of curvature, with an approximately 1.3-fold difference
(see Figure 3b,c for details). These results indicate a significant discrepancy between the
design value and the experimental value when predicting the radius of curvature using
the bi-layered equation. Despite the observed disparities between the calculated and
experimental values for the radius of curvature in the bi-layered hydrogel, our study
emphasizes the significance of these findings in refining predictive models and underscores
the need for a more comprehensive understanding of the underlying factors influencing
self-folding behavior in multi-layered hydrogel systems.
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Figure 3. (a) Bright field images of bi-layered hydrogels with varying expansion ratios of the second
layer. The abbreviations BH-1, BH-2, BH-3, and BH-4 correspond to different bi-layered hydrogel
samples. (b) Calculated radius of curvature for the bi-layered hydrogel using a mathematical
model developed for the curvature of a heat-induced bimetallic strip. Comparison of designed and
experimental radius of curvatures based on differences in the expansion ratio of the two layers.
(*p <0.05, *** p < 0.01) (c) Normalized experimental curvature of BH-1, 2, 3, 4. Experimental
curvatures for BH-1, 2, 3, 4 have been normalized to the designed radius of curvature.

2.3. Curvature Simulation of Multi-Layered Hydrogels

The experimental radius of curvature of the bi-layered hydrogel was observed to
deviate significantly from the originally designed radius of curvature. This discrepancy
was attributed to the formation of an interfacial layer at the interface between the two layers
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due to diffusion during the fabrication of the second layer of the multi-layered hydrogel
(see Figure 4a for details). To examine this phenomenon in more detail, simulations were
conducted, assuming that the physical properties of the interfacial layer fell between those
of the first and second layers. Given that the interfacial layer naturally formed during the
preparation of the multi-layered hydrogel, the bi-layered hydrogel was effectively treated
as a tri-layered hydrogel for the purpose of simulations. The radius of curvature of the
tri-layered hydrogel was then predicted using Equation (1) to account for the presence of
the interfacial layer, employing MATLAB for the simulation.

2[A€12(t1+t2) + Aegs(tr+ts) + Af”-13(t1+2t2+t3)}

t3E3 t1Eq toEp
r= 35 3 3 @
(t+6)2 | (t+t)? | (t;+2t+13)2 4(21 Enﬁ) (27 tnEn)
t3E3 + t1Eq + thEy t1E1tpExtsEs

To corroborate the impact of the interfacial layer on the radius of curvature of the
multi-layered hydrogel, BH-3 and BH-5 were prepared by altering the order of layer prepa-
ration. The resulting radius of curvature is displayed as Experimental values (1) and (2)
in Figure 4b. The composition of the tri-layer hydrogel mirrored that of BH-3, but the
thickness of the interfacial layer was varied from 10 to 80 um, while the expansion ratio
ranged from 0.484 to 0.660. The arrow in Figure 4b represents the experimental radius
of curvature. These findings demonstrate that the radius of curvature of the bi-layered
hydrogel can be precisely designed and predicted by taking into account the thickness of
the interfacial layer. Furthermore, this meticulous exploration into the interfacial layer’s im-
pact on the radius of curvature provides valuable insights for enhancing the predictability
and precision of multi-layered hydrogel designs. The comprehensive analysis sheds light
on the interplay of the layer formation order, thickness variations, and expansion ratios,
enabling more informed and tailored fabrication of hydrogels for diverse applications.
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Figure 4. (a) Schematic representation of the formation of the interfacial layer through the diffusion
of monomers and cross-linkers. (a-1) Designed curvature in the absence of the interfacial layer
formation, (a-2) Experimental curvature observed after the interfacial layer formation. (b) Simulation
of the radius of curvature was conducted by varying the expansion ratio and the thickness of the
interfacial layer in the hydrogel. The arrow marks the experimental radius of curvature of the
bi-layered hydrogel, which was prepared with the composition of BH-3.

In particular, the experimental value (1) of BH-3, prepared with the first layer having
an MBA concentration of 0.04% (w/v), measured at 4.53 mm. This measurement matched
the design value of the curvature radius of the tri-layered hydrogel, complete with a 10 pm
interfacial layer and an expansion ratio of 0.660. Conversely, the experimental value (2) of
BH-5, formed with the first layer having an MBA concentration of 0.08% (w/v), recorded
a radius of curvature of 4.71 mm. The radius of curvature of the multi-layered hydrogel
with experimental value (2) was estimated to have an interfacial layer thickness exceeding
30 um. However, the interfacial layer, formed through diffusion, cannot expand beyond
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the first layer, with an expansion ratio lower than 0.536. Hence, it is reasonable to infer
that the interfacial layer had a thickness ranging from 30 and 60 pm. These results affirm
that the experimental and designed radius of curvature alignh when employing the radius
of curvature equation for tri-layered hydrogels, which considers the interfacial layer as
one layer in the bi-layered hydrogels. These findings highlight the nuanced impact of
the MBA concentration on the experimental outcomes and emphasize the importance of
accounting for interfacial layer dynamics in accurately predicting the radius of curvature
in multi-layered hydrogel systems.

2.4. Evaluation of the Interfacial Layer in Multi-Layered Hydrogels

To investigate the impact of the interfacial layer’s thickness on the radius of curvature
of bi-layered hydrogels, the diffusion time was adjusted to various intervals, including 0,
0.2,1, 5, and 10 min. Bi-layered hydrogels with BH-3 composition were created using a
fixed concentration of 0.04% (w/v) MBA at the first layer. As shown in Figure 5(a-1-a-3),
it becomes visually evident that the radius of curvature increases with longer diffusion
times. The bi-layered hydrogel fabricated without any diffusion time and the one with
10 min of diffusion time exhibited 1.3-fold and 3.5-fold increases from the designed radius
of curvature, respectively (Figure 5b). These results underscore the crucial role of the
diffusion time in determining the interfacial layer’s thickness, directly influencing the
radius of curvature in bi-layered hydrogels. This insight offers a systematic approach to
tailoring hydrogel designs for specific applications by controlling diffusion parameters
during fabrication.
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Figure 5. (a) Bright field images of bi-layered hydrogels with varying diffusion times for the second
layer ((a-1): 1 min; (a-2): 5 min; (a-3): 10 min). (b) Radius of curvature of bi-layered hydrogels relative
to the diffusion time of the second layer. (c) Cross-sectional fluorescence image of a multi-layered
hydrogel with the first and second layers, including the interfacial layer. (d) Fluorescence intensity
across the multi-layered hydrogel as a function of distance. (e) Thickness measurements of the
interfacial layer in each bi-layered hydrogel (BH-3 and BH-5) at 0 and 10 s. (Scale bar: 2 mm).

Notably, the experimental radius of curvature in the bi-layered hydrogel with 10 s
of diffusion time measured 5.01 mm, indicating that the thickness of the interfacial layer
had grown to more than 60 um, as simulated. These findings underscore the importance
of the rapid manufacturing of multi-layered hydrogels to align with the designed radius
curvature. Furthermore, to verify the actual thickness of the interfacial layer, a bi-layered
hydrogel was prepared by introducing 0.0005% (w/v) of Fluorescein O,0’-dimethacrylate
(Sigma, St. Louis, MO, USA) into the second layer. Immediately after fabrication, an
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image was captured using a fluorescence microscope (Figure 5¢), and the thickness of the
interfacial layer and each layer was measured based on the fluorescence intensity and
distance within the image (Figure 5d). Bi-layered hydrogels were prepared with diffusion
times of 0 and 10 s for BH-3 and 0 s for BH-5. As a result, the thickness of the interfacial
layer in BH-3 and BH-5 at 0 s was measured as 11.10 & 0.82 pm and 29.87 &+ 1.92 ym,
respectively. Additionally, the thickness of the interfacial layer of BH-3 at 10 s was measured
as 63.42 £ 2.91 um (Figure 5e). These results underscore the importance of considering the
interfacial layer in the design of multi-layered hydrogel curvatures, aligning with previous
simulation findings. In light of our findings on the interfacial layer’s growth under varying
diffusion times, we anticipate the need to precisely control the formation of interfacial
layers and measure their properties for more accurate regulation.

On a different note, to assess the impact of diffusion of structural robustness, a multi-
layered hydrogel was prepared using PEGDA. A bi-layered hydrogel was crafted using
PEGDADS575 at 20% (w/v) for the first layer and PEGDA3400 at 20% (w/v) for the second
layer. Upon separating the prepared PEGDA bi-layered hydrogel into two layers, it was ob-
served that the two layers separated due to inadequate diffusion at the interface (Figure 6b).
This result corroborates our findings that the structural integrity of the multi-layered hy-
drogel is maintained only when proper diffusion occurs at the interface (Figure 6a). The
interfacial layer acts as a diffusion layer that crosslinks with both layers, effectively binding
them together and ensuring that the two distinct layers do not separate during actuation,
which is vital for the structural integrity of the multi-layered hydrogel system.

Figure 6. Bright field images of bi-layered hydrogels composed of PEGDAS575 for the first layer and
PEGDA3400 for the second layer, (a) with proper diffusion curves at the interface, and (b) with a
minimal interfacial layer. (Scale bar: 2 mm).

Therefore, it is essential to consider diffusion at the interface of each layer during the
design and fabrication of multi-layered hydrogels. The interfacial layer formed by diffusion
must also be taken into account. This approach minimizes experimental errors by enabling
accurate design and facilitating the prediction of the mechanical properties of the interfacial
layer generated through diffusion. Furthermore, the diffusion layer is critical for ensuring
the robustness of the system and preventing layer separation during actuation. In summary,
the design of multi-layered hydrogels that accounts for the formation of the interfacial
layer due to diffusion holds vast applications in fields such as bio-robotics, actuators, tissue
engineering, and drug delivery [23-25].

3. Conclusions

In this study, we introduced an innovative strategy to enhance the precision and
robustness of multi-layered hydrogels as soft hydrogel actuators by focusing on the interfa-
cial layer, a natural byproduct of the manufacturing process formed by diffusion between
the layers. Our experiments unequivocally reveal that as the interfacial layer’s thickness
increases, self-folding becomes significantly more predictable and precise, leading to a re-
markable 3.5-fold increase in the radius of curvature. We also unveiled the interfacial layer’s
pivotal role in preserving structural integrity during the actuation. This groundbreaking
approach not only reconciles theory with practice but also promises the development of
highly accurate and reliable soft hydrogel actuators. The deliberate incorporation of the in-
terfacial layer into the multi-layered hydrogel design represents a significant advancement
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with transformative potential in bio-robots, active actuators, tissue engineering, and drug
delivery applications.

4. Materials and Methods
4.1. Hydrogel Preparation

Hydrogels were prepared using acrylamide (acrylamide, AAm, Sigma) and methy-
lene bisacrylamide (N,N’-methylenebisacrylamide, MBA, Sigma) as monomers. The total
concentration of AAm was fixed at 20% (w/v) and prepared by adjusting the concentra-
tion of MBA between 0.02% to 0.3% (w/v). An initiator, Irgacure2959 (2-hydroxy-40-(2-
hydroxyethoxy)-2-methylpropiophenone, Sigma), was added to reach a final concentration
of 0.2% (w/v). The hydrogels were formed by exposure to ultraviolet (UV) light (365 nm,
VILBER LOURMAT, 4W) for 10 min. Subsequently, the gels were punched into 8 mm diam-
eter disks and incubated in deionized (DI) water until fully swollen before characterization.
The resulting hydrogels demonstrated tunable properties, showcasing the versatility of
this synthesis approach for creating hydrogels with a range of mechanical and swelling
characteristics suitable for diverse applications.

4.2. Characterizations of Hydrogels

The weight of hydrogel (Ws) was measured after 12 h of incubation in DI water. The
weight of the dried hydrogel (W;) was determined after drying at 60 °C over 24 h. The
swelling ratio (Q,;) was calculated using Equation (2).

(W — W,
Qm = (Wd ) x 100 @)

The expansion ratio, crucial for inducing self-folding in multi-layered hydrogels with
equal dimensions for each layer, was characterized using the swelling ratio of hydrogels
when prepared (Q;) and after full incubation in DI water (Qp). The expansion ratio, in-
dicating one-dimensional expansion of the hydrogel, was calculated using Equation (3).

_ Qf)é_
S_(Qz‘ ! ©)

Here, Q; and Qy represent the swelling ratio (Qy) before and after immersion in the
aqueous solution. The mechanical properties of the hydrogel were evaluated using a
universal testing machine (UTM, DrTech, Seongnam-si, Korea). Hydrogels, standardized
to 8 mm diameter and 1 mm height, were compressed at a 10% strain and a constant rate of
1.0 mm/min, with a load range of 1.0 kg-f after incubation over 24 h.

4.3. Design and Fabrication of the Multi-Layered Hydrogels

The radius of curvature (r) of multi-layered hydrogels was determined using the
bimetallic strip curvature Equation (4) [9,12]. In Equation (4), E; and E, represent the elastic
modulus of each layer, #; and t, represent the thickness of each layer, and Ae represents the
difference of expansion ratio of each layer.

- E12f14 + 4E1E2t13t2 + 6E1E2t12i’22 +4E4 E2f1t23 + E22t24
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The multi-layered hydrogels were composed of bi-layered hydrogels with different
compositions (Table 1). The concentration of each layer of the bi-layered hydrogel was
fixed at a final concentration of 20% (w/v) for AAm and 0.2% (w/v) for Irgacure2959.
The MBA concentration in the first layer was fixed at 0.04% (w/v), while the second
layer’s concentration was adjusted to 0.08-0.3% (w/v) to vary the radius of curvature. The
bi-layered hydrogel was assembled by first creating a hydrogel through UV exposure,
followed by the preparation of second hydrogel layer on top of the first. The resulting
multi-layered hydrogels were formed as strips measuring 30 mm in length and 5 mm in
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width, and 3 mm in thickness for each layer. The radius of curvature of the multi-layered
hydrogels was measured after swelling in DI water for 24 h. The systematic control of the
hydrogel composition and layer-specific adjustments allowed for the precise modulation of
mechanical properties, enabling the tailoring of multi-layered hydrogels for applications
demanding specific curvature characteristics and diverse functionalities.

Table 1. Preparation of bi-layered hydrogels (BH) with varying expansion ratio of second layer.

First Layer Second Layer
L
BH-1 20 0.04 0.2 0.681 20 0.30 0.2 0.569
BH-2 20 0.04 0.2 0.681 20 0.20 0.2 0.536
BH-3 20 0.04 0.2 0.681 20 0.10 0.2 0.406
BH-4 20 0.04 0.2 0.681 20 0.08 0.2 0.385
BH-5 20 0.04 0.2 0.406 20 0.04 0.2 0.681

a Concentration of monomer %(w/v), ® Concentration of cross-linker %(w/v), ¢ Concentration of photo-initiator
%(w/v), 4 Expansion ratio of each layer.

4.4. Characterization and Simulation of Multi-Layered Hydrogels

The disparity between the designed and experimental radius of curvature (r) concerning the
thickness of the interfacial layer was investigated through simulation. The radius of curvature
was simulated using Equation (4) to calculate the radius of curvature of the tri-layered hydrogel,
considering the presence of the interfacial layer in the bi-layered hydrogel. The thickness of the
first and second layers of the bi-layered hydrogel was set at 300 um for each, and the thickness of
the interfacial layer was varied within the range of the first layer. The thickness of the interfacial
layer was adjusted within the range of 10-60 um, and the composition of the first and second
layers was the same as that of BH-3 in Table 1. The physical properties of the interfacial layer
were determined within the mechanical properties range of the two layers. The simulations
not only revealed insights into the correlation between the interfacial layer thickness and the
observed disparity but also provided a basis for refining the design parameters for achieving
precise control over the curvature in multi-layered hydrogel systems.

In addition, the diffusion time was adjusted to 0, 0.2, 1, 5 and 10 min to prepare a bi-
layered hydrogel to determine the effect of the interfacial layer in multi-layered hydrogels.
The multi-layered hydrogel was prepared in the same manner as in sample 3. Additionally,
a multi-layered hydrogel was prepared using poly(ethyleneglycol) diacrylate (PEGDA) to
confirm the effect of diffusion based on molecular weight. The concentration of the first
layer was fixed at 20% (w/v) with PEGDA575 (Mn of 575 g/mol, Sigma), and concentration
of the second layer was fixed at 20% (w/v) with PEGDA3400 (Mn of 3400 g/mol, Alfa
Aesar). Irgacure2959 was added to reach a final concentration of 0.2% w/v) as an initiator.
The variation in diffusion times and the utilization of poly(ethyleneglycol) di-acrylate
(PEGDA) in multi-layered hydrogel synthesis further contribute to our understanding
of interfacial layer dynamics, offering valuable insights for optimizing the design and
performance of such hydrogel systems.
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Abstract: In this work, a sodium alginate-based copolymer grafted by thermoresponsive poly(N-
isopropylacrylamide) (PNIPAM) chains was used as gelator (Alg-g-PNIPAM) in combination with
methylcellulose (MC). It was found that the mechanical properties of the resulting gel could be
enhanced by the addition of MC and calcium ions (Ca?*). The proposed network is formed via a dual
crosslinking mechanism including ionic interactions among Ca®* and carboxyl groups and secondary
hydrophobic associations of PNIPAM chains. MC was found to further reinforce the dynamic moduli
of the resulting gels (i.e., a storage modulus of ca. 1500 Pa at physiological body and post-printing tem-
perature), rendering them suitable for 3D printing in biomedical applications. The polymer networks
were stable and retained their printed fidelity with minimum erosion as low as 6% for up to seven
days. Furthermore, adhered pre-osteoblastic cells on Alg-g-PNIPAM/MC printed scaffolds presented
80% viability compared to tissue culture polystyrene control, and more importantly, they promoted
the osteogenic potential, as indicated by the increased alkaline phosphatase activity, calcium, and
collagen production relative to the Alg-g-PNIPAM control scaffolds. Specifically, ALP activity and
collagen secreted by cells were significantly enhanced in Alg-g-PNIPAM/MC scaffolds compared to
the Alg-g-PNIPAM counterparts, demonstrating their potential in bone tissue engineering.

Keywords: sodium alginate; PNIPAM; 3D printing; MC3T3-E1; bone tissue engineering

1. Introduction

Tissue engineering is a growing interdisciplinary field in biomedical sciences combin-
ing materials science, chemistry, biology, medicine, and engineering sciences. The basic aim
of tissue engineering is to develop biological substitutes that maintain, restore, or improve
tissue function [1]. Today, a diverse range of biomaterials of synthetic or biological origin are
widely used in clinical practice for tissue engineering applications. Examples of synthetic
biomaterials include metals, polymers, ceramics, and composite materials. Commonplace
examples of natural biomaterials are protein or polysaccharide-based biomaterials such
as collagen, gelatin, chitosan, and silk. In addition, autologous grafts or decellularized
biomaterials are widely used for tissue regeneration [2]. One of the limitations of using the
classical techniques to fabricate tissue engineering scaffolds is the resulting poor microstruc-
tural architecture and the restriction needed to control interconnections between the pores.
Compared to traditional techniques, three-dimensional (3D) printing makes reproducible
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and customized structures with near-perfect micro-architecture and morphology [3]. Sev-
eral 3D constructs with applications in regenerative medicine have been fabricated in recent
years. The most common printing techniques used are laser based, jet and extrusion based
printing, and fused deposition modeling [4].

Of particular interest are printing methods that allow for the direct deposition of
viscous aqueous mixtures in arbitrary shapes, such as soft scaffolds that support the
proliferation of mammalian cell populations and tissue growth. In this context, responsive
polymers have been utilized to construct 3D matrices that can respond to external stimuli
and exert shape/volume change in a reversible and dynamic manner and often recapitulate
intrinsic properties of the extracellular matrix (ECM). Arguably, temperature-responsive
polymers are widely studied due to their versatile responsive properties near physiological
body temperature, as well as their ability to tune their stimuli response fully isothermally
by combination with other co-monomers and/or polymers [5]. In addition, responsive
polymer networks can undergo large changes in their dynamic moduli, rendering them
ideal soft biomaterials for 3D printing in biomedical applications [6].

Poly(N-isopropylacrylamide) (PNIPAM) has been studied as a thermoresponsive
polymer because of its rapid phase transition, biocompatibility and lower critical solution
temperature (LCST) at approximately 32 °C, which is close to physiological body tem-
perature. PNIPAM contains both hydrophilic amide groups (-<CONH-) and hydrophobic
isopropyl (-CH(CH3),) side chains; in an aqueous environment, PNIPAM chains undergo
a reversible sol-gel transition. Below the LCST, the chains are fully dissolved in water,
and the polymer exhibits coil-like conformation due to hydrogen bonding and van der
Waals forces. Above the LCST, the chains become hydrophobic, leading to a globule-like
structure [7-9].

The printability and the biological evaluation of many thermosensitive hydrogels
of synthetic or biological origin have been reported in the literature. For instance, bio-
engineered 3D-printed skin constructs based on thermosensitive PNIPAM hydrogels have
been successfully evaluated for skin tissue engineering [10]. Pluronic F-127, a polaxamer
co-polymer composed of polyethylene oxide (PEO) and polypropylene oxide (PPO), was
used in combination with gelatin and hyaluronan to fabricate vascular channels [11]. Fur-
thermore, the new synthetic biocompatible polymer PolylsoCyanide was 3D-printed in
a complex hydrogel construct and used as a fugitive material that could be removed af-
ter thermal stimulation [12]. Moreover, incorporation of particles into thermosensitive
hydrogels has been reported to create hybrid hydrogels with improved rheological and
mechanical properties, which in turn improve their printability [13].

Alginate is a major polysaccharide found in marine brown seaweed. Sodium alginate
is a biopolymer broadly used in the food and beverage, pharmaceutical, cosmetics and
medical industries, and has attracted significant interest due to its biocompatibility and
biodegradability. It can be modified via covalent bonding of functional compounds, due to
the abundant carboxylate and hydroxyl units, leading to new properties and applications
in wound healing, controlled delivery of bioactive molecules, and cell encapsulation. The
most common method to crosslink sodium alginate and form a hydrogel is the use of
divalent cations such as calcium ions (Ca?*), resulting in crosslinks ionically formed by the
“egg-box” model [14].

Methylcellulose (MC) is derived from cellulose, a linear polysaccharide comprising
glucose units held together by 1-4-3-glucosidic linkages, the most abundant renewable
polymer in nature synthesized from plants, algae, fungi, and some bacterial species [15].
Cellulose is biocompatible and has significant mechanical strength; however, natural
cellulose is insoluble in water, limiting its biomedical applications. To overcome this, the
hydroxyl group of cellulose can be substituted with a methyl group. MC is a water-soluble
biopolymer utilized in pharmaceutics, cosmetics and food industry as an emulsifier or as a
thickening agent. In hydrogel 3D-printing processes, MC improves rheological properties
by enhancing ink viscosity, which is necessary to produce high-quality printed structures.
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In addition, several studies utilize MC-based hydrogels for cell engineering applications,
emphasizing the in vitro biocompatibility of this polysaccharide [16].

The scope of the present work is to investigate the 3D printability of synthetic Alg-g-
PNIPAM and Alg-g-PNIPAM/MC hydrogels. To this end, the thermoresponsive behavior
of the corresponding polymers was studied, and the printing profile of the hydrogels
was characterized by rheological analysis. Furthermore, the structural and morphological
characterization of the 3D-printed scaffolds were investigated, while their in vitro erosion
characteristics were evaluated. The cytocompatibility of the fabricated scaffolds was
assessed in terms of cell viability, proliferation, adhesion, and morphology using the pre-
osteoblastic cell line MC3T3-E1, whose osteogenic behavior has been previously reported
as tunable in the presence of thermoresponsive polymers [17]. Alkaline phosphatase (ALP)
activity, calcium, and total collagen production by cells cultured on scaffolds were evaluated
as osteogenic markers to validate the potential of the developed scaffolds in bone tissue
engineering applications.

2. Results and Discussion
2.1. Synthesis of Alg-g-PNIPAM

The proposed Alg-g-PNIPAM bioink was synthesized via free radical polymerization
of the amino-terminated PNIPAM chains followed by a grafting procedure on the sodium
alginate backbone by carbodiimide chemistry (Figure 1). The formation of the final Alg-
g-PNIPAM product was confirmed by 'H NMR and FTIR characterization. The peaks at
3.5-4.6 ppm correspond to the four protons of the alginate ring [18]; the six methyl protons of
the isopropyl group of NIPAM are depicted at ~1.1 ppm, the methylene and methine protons
at 1.3-2.2 ppm, and the proton of the isopropyl group are linked to the amide group (N-C-H)
at ~3.9 ppm (Figure S1). From the FTIR data, the 3305 cm~! band is representative of the
aminoterminated groups of the PNIPAM-NH, precursor, which are absent in the spectrum
of the Alg-g-PNIPAM due to their conversion to amide bonds (dashed area, Figure S2).
Additionally, the characteristic amide C=0O stretching and N-H bending of the PNIPAM are
observed in the FTIR spectra of both the PNIPAM-NH, polymer and the Alg-g-PNIPAM at
1750-1500 cm !, further indicating the successful grafting reaction (Figure S2).
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Figure 1. Synthetic route of the sodium alginate-based graft copolymer (A,B) and its combination
with MC for the final ink material (C).
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2.2. Thermosensitivity Measurements and Rheological Evaluation

The thermoresponsive behavior of PNIPAM precursor and Alg-g-PNIPAM was eval-
uated at a concentration of 4 mg/mL by measuring the absorption at 500 nm at different
temperatures, i.e., 2545 °C. The value of LCST was determined as the temperature onset
point at which the solution turned cloudy. Both polymers exhibit sharp thermosensitive
behavior. A LCST value at 35 °C was measured for PNIPAM slightly above 32 °C, which is
attributed to the hydrophilic amino-end moieties that are known to shift the LCST at higher
temperatures [19]. In the presence of alginate, the respective value for Alg-g-PNIPAM is
again shifted at 37 °C, as presented in Figure 2a. This result is expected due to the hy-
drophilic nature of the alginate backbone, and interestingly, it is close to physiological body
temperature, implying that the graft copolymer can be a good candidate for biomedical
applications.
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Figure 2. (a) Lower critical solution temperature measurements of PNIPAM (blue) and Alg-g-
PNIPAM (black) polymers; (b) G’ (closed) and G” (open) moduli, (c) tan (3), and (d) complex
viscosity as a function of temperature of Alg-g-PNIPAM (blue, circles) and of Alg-g-PNIPAM/MC
(black, squares) aqueous solutions at a frequency of 6.28 rad/s, a strain amplitude of 0.1%, and during
the heating cycle with a heating rate of 1 °C/min.

Alg-g-PNIPAM and Alg-g-PNIPAM/MC were used as main gelators to deconvolute
the effect of each individual macromolecular component. The formulations were dissolved
in 2 mm Ca?* aqueous solution. Oscillatory shear experiments reveal a thermo-induced
gelation of the systems due to the hydrophobic associations of the PNIPAM pendants. No-
tably, the gel strengthening is observed at T > 35 °C (the LCST of the PNIPAM-NH, chains)
upon a heating cycle at a ramp rate of 1 °C/min and a constant frequency of 6.28 rad/s; the
storage modulus (G') rapidly surpassed the loss one (G”), and the tangent  is less than 0.2
for both systems. The rheological behavior of the 3D networks is enhanced in the entire
temperature region, i.e., G’ constantly exceeds G” by additional ionic interactions between
the negatively ionized carboxylic groups of alginate or hydroxyl groups of MC and the
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positively charged Ca?* divalent cations, according to the “egg-box” mechanism, as pre-
sented in Figure 2b,c. The proposed f factor, i.e., f = [Ca%*]/[COO~] or f = [Ca%*]/([COO]
+ [OH™]) in molar ratio, is equal to f = 0.0095 in the Alg-g-PNIPAM hydrogel and f = 0.0056
in the Alg-g-PNIPAM /MC sample. Furthermore, the MC-thickening component creates a
stable hydrogel adequate for 3D extrusion biomedical applications, as the G of the network
is ~1280 Pa at room temperature and is equal to ~1500 Pa at physiological body temperature,
i.e., a ~68% increase compared to the storage modulus of the MC-free network, while the
tan (8) of the MC-enriched hydrogels remains at ~0.1.

Moreover, in Figure 2d, the temperature dependance of the complex viscosity is
demonstrated. The examined thermal region could be divided in two sections below and
above ca. 35 °C. At T < 35 °C, the viscosity of the hydrogels remains constant as the
3D networks are formed due to ionic interactions, whereas at T > 35 °C, the secondary
hydrophobic associations due to the PNIPAM pendant chains increase the viscosity values
of the gelators. Indicatively, the viscous expansion between room and body temperature is
16% for the Alg-g-PNIPAM/MC system and 15% for the Alg-g-PNIPAM gel.

Additionally, the dependence of the storage and loss moduli was studied as a function
of the angular frequency at room temperature (Figure 3a) close to the printer-bed tempera-
ture, i.e., 40 °C (Figure 3b). The G’ and G” moduli of both gelators are almost independent
of the frequency changes, denoting a solid-like behavior at both examined temperatures.
At low temperature, the ionic interactions predominate in the network formation, whereas
the MC augments the stability of the gel. Upon heating, the coexistence of the ionic and
hydrophobic associations results in stronger hydrogel matrices.
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Figure 3. G’ (closed), G’ (open) versus angular frequency at (a) 25 °C and (b) 40 °C of Alg-g-PNIPAM
(blue, circles) and of Alg-g-PNIPAM/MC (black, squares) hydrogels.

Considering the proposed materials as potential candidates for soft 3D printing, strain
sweep and shear rate sweep tests were conducted in contemplation of bio-printability
through extrusion. At low strain amplitude, the MC-rich system presents a stronger-gel
behavior compared to the MC-free sample. As the strain amplitude is increased, the liquid-
like threshold of the Alg-g-PNIPAM/MC is at a strain amplitude of approximately 10%,
and the yield point of the Alg-g-PNIPAM is at 55%, denoting an easier-to-print material,
as seen in Figure 4a. Besides, the shear-thinning effect is an important design criterion for
efficient and accurate 3D printability, and both gelators meet this requirement, as shown
in Figure 4b.

34



Gels 2023, 9,984

100 1 1 1 1 1 1 A 1
10> 10"  10° 10’ 10° 10% 10" 10° 10" 10° 10°

strain (%) shear rate (1/s)

Figure 4. (a) G’ (closed) and G” (open) upon strain sweep test and (b) viscosity as a function of
shear rate at 25 °C (printing temperature) of Alg-g-PNIPAM (blue circles) and of Alg-g-PNIPAM/MC
(black squares) hydrogels.

2.3. Characterization and Erosion Studies of 3D-Printed Scaffolds
2.3.1. Structural Characterization

Figure 5 shows the diffraction patterns of the dry hydrogel before printing and the
lyophilized 3D-printed structures. All the diffractograms exhibit broad peaks, indicating
the amorphous structure of all materials.
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Figure 5. XRD patterns of Alg-g-PNIPAM and 3D-printed structures of Alg-g-PNIPAM and Alg-g-
PNIPAM/MC.

2.3.2. Thermal Characterization

Thermogravimetric analysis was used to study the thermal behavior of raw materials
and the printed samples. The results are depicted in Figure 6.

DSC thermogram of MC shows an endothermic peak at 77 °C, due to the loss of water
(Figure 6A). The thermal behavior of sodium alginate is characterized by an endothermic
peak at 79 °C, also attributed to water loss. A broad endothermic peak at 247 °C corresponds
to degradation and depolymerization [20]. In the case of PNIPAM, except the water loss
endotherm peak at 87 °C, the glass transition temperature Tg is observed at 148 °C, while
the polymer is thermally stable at least until 300 °C [21]. Comparative assessment of
both hydrogel inks Alg-g-PNIPAM and Alg-g-PNIPAM/MC revealed similar thermal
behavior. Both samples are characterized by an alginate degradation peak at 253 and
257 °C, respectively.
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Figure 6. DSC (A) and TGA thermograms (B) of raw materials and printed objects. The DSC graphs
have been shifted and multiplied by a factor for clarity.

In the TGA thermogram of MC, a decomposition peak is observed, which starts at
259 °C and finishes at 412 °C with a mass loss of 80%, while the total mass loss at 800 °C
is 87% (Figure 6B). The sodium alginate decomposition occurs in three steps. The first
step from 35 °C to 196 °C is due to dehydration, while decomposition starts at 196 °C
and ends at 500 °C. Finally, the weight loss from 500 °C to 800 °C is attributed to Na,CO3
formation [20]. The thermogram of PNIPAM displays one distinctive degradation step
which starts at 311 °C, due to degradation of the backbone of the polymer, and ends
at 428 °C. Weight loss is continued until 800 °C due to main chain degradation [22,23].
Comparing the thermograms of sodium alginate with the grafted Alg-g-PNIPAM, it is
shown that the grafted polymer exhibits higher thermal stability at least until 700 °C. After
blending the Alg-g-PNIPAM copolymer with MC, the thermogram is more complex, and
at 800 °C, the two copolymers Alg-g-PNIPAM and Alg-g-PNIPAM/MC show a remaining
mass of 27 and 19%, respectively. The different thermal behavior of Alg-g-PNIPAM/MC
can be attributed to the lower thermal stability of MC in comparison with sodium alginate
and PNIPAM.

2.3.3. Morphological Characterization

The mean pore size of the wet Alg-g-PNIPAM sample was found equal to 2.04 £ 0.18 mm,
and the dry 1.37 & 0.14 mm, respectively. On the other hand, the average pore size in the
presence of MC is 1.97 + 0.17 mm for the wet scaffolds and 1.80 £ 0.11 mm for the dry ones.
The examination of scaffolds” geometry revealed a decrease in pore size after freeze-drying,
for both compositions, as seen in

Scanning electron microscopy (SEM) images from the lyophilized scaffolds are shown
in Figure 8. Both compositions maintain their porous structure after lyophilization. It is
interesting to mention that both samples show a rounded pore geometry, which is expected
based on the soft nature of the gels. At a higher magnification, it can be observed that the
specimen containing MC has a rougher surface texture. Figure 7.
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Figure 7. Digital microscope images of Alg-g-PNIPAM (a) before and (b) after freeze-drying and
Alg-g-PNIPAM/MC (c) before and (d) after freeze-drying. Scale bar is equal to 500 pm.

Figure 8. SEM images of 3D-printed scaffolds of Alg-g-PNIPAM (a,b) and Alg-g-PNIPAM/MC (c,d).
Scale bar for (a,c) represents 200 um and (b,d) is equal to 100 pm.

2.3.4. Erosion Studies

The erosion profile of 3D-printed Alg-g-PNIPAM/MC and Alg-g-PNIPAM domains
have been examined, and the results are presented in Figure 9. The 3D-printed designs were
freeze-dried, followed by hydration with distilled water at room and body temperature.
The more stable material, Alg-g-PNIPAM/MC, was degraded only by 6% at 37 °C and
19% at 20 °C after 7 days (172 h). In contrast, Alg-g-PNIPAM was eroded by up to 26%
at 20 °C after 5 days (120 h) and by up to 35% at 37 °C after 6 days (144 h). After these
timeframes, the weaker bonds of Alg-g-PNIPAM domains were disintegrated. In Figure 7b,
the moisturized MC-enriched and the MC-free samples are illustrated at day 7. After a
week, the Alg-g-PNIPAM/MC seems almost intact compared to the Alg-g-PNIPAM. Hence,
it was concluded that the MC-rich scaffolds could be promising candidates for a two-
week pre-osteoblastic cell culture investigating cell viability, proliferation, and osteogenic
differentiation, considering that MC is expected to enhance the cell proliferation.
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Figure 9. (a) Spreading ratio (%) defined as the percentage change in the pattern line width compared
to the dry structure of Alg-g-PNIPAM at 20 °C (black) and at 37 °C (red) and of Alg-g-PNIPAM /MC
at 20 °C (blue) and at 37 °C (cyan); (b) Photographs of the swelling samples up to day 7 at 37 °C.

2.4. Evaluation of Cytocompatibility, Cell Adhesion, Viability and Proliferation
2.4.1. Cell Viability and Proliferation

Cell viability and proliferation using pre-osteoblastic cells have been assessed at days
3,5, and 7 (Figure 10a,b). The number of cells increased from day 3 to day 5 and up to day 7,
demonstrating that the scaffold compositions promote cell proliferation. Both scaffold
compositions, Alg-g-PNIPAM and Alg-g-PNIPAM/MC, showed similar cell viability at
each time point, and these were found to be significantly lower compared to the tissue
culture polystyrene (TCPS) control; however, they reached 80% viability of the control.
The Alg-g-PNIPAM/MC scaffolds indicated a higher cell viability on day 5; however, this
was not significant compared to the Alg-g-PNIPAM counterparts. These results show
that the Alg-g-PNIPAM scaffolds are cytocompatible. Statistical analysis of each scaffold
composition compared to the TCPS control revealed significant differences (p < 0.0001) at all
time points. Another report on Alg-g-P(NIPAM)-based solutions of various concentrations
showed 80% fibroblast cell viability after 24 h, indicating the cytocompatibility of this
grafted co-polymer [20].
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Figure 10. Cell viability and proliferation of pre-osteoblastic cells seeded on Alg-g-PNIPAM, Alg-
g-PNIPAM/MC scaffolds and TCPS control at 3, 5 and 7 days expressed as OD values (a) and as
cell viability percentage (b). Bars represent averages + standard deviation of n = 6 (*** p < 0.001,
e p < 0.0001).
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2.4.2. Cell Adhesion and Morphology Evaluation

We observed the cell adhesion on the surface of the scaffold struts and their morphol-
ogy by means of SEM. Figure 11 (upper panel) shows the pre-osteoblastic cells adhered
on both scaffold compositions after 7 days in culture. The cell nuclei of a dense cell layer
covering both scaffold types are clearly visible in Figure 11 (lower panel). The morphology
of adhered cells did not show any differences between the two compositions. The charac-
teristic morphology of cell nuclei indicates that both scaffold types support cell adhesion.
Although none of the scaffold compounds, alginate [24], PNIPAM [25] or MC [15], possess
cell-specific binding sites to promote cell adhesion, both scaffold compositions showed
adequate attachment of pre-osteoblasts. Similarly, other studies report on good cell adhe-
sion on alginate [26] and PNIPAM [27]-based scaffolds combined with other biomaterials
or coatings.

Alg-g-PNIPAM Alg-g-PNIPAM/MC

Without cells

With cells

SED

Figure 11. SEM images of scaffolds without (upper panel) and with cells (lower panel) at day 7. The
surface of the Alg-g-PNIPAM scaffold is depicted in the upper left and Alg-g-PNIPAM/MC in the
upper right images. The elongated morphology of adhered cells with visible cell nuclei is shown on
the Alg-g-PNIPAM (lower left) and Alg-g-PNIPAM/MC (lower right) scaffolds. Magnification is
%1500, and scale bars represents 10 pm.

2.4.3. Evaluation of Osteogenic Differentiation Markers ALP Activity and Calcium and Collagen
Production by Cells Cultured on Alg-g-PNIPAM and Alg-g-PNIPAM/MC Scaffolds

Bone formation is accompanied by specific enzymatic activity and expression charac-
teristic of the osteoinduction process. Alkaline phosphatase (ALP) activity is elevated in
areas of extracellular matrix mineralization. ALP activity was investigated at two early time
points of culture, as it presents an early-phase osteogenesis marker. At day 3, both scaffold
compositions demonstrate with a two-fold increase in enzyme activity, significantly higher
than that of the TCPS control. At day 7, the ALP activity increased two-fold compared
to day 3, and it is higher on both scaffold compositions compared to the control, with a
significantly higher difference on the Alg-g-PNIPAM/MC scaffolds (Figure 12a).

The concentration of the calcium produced by osteoblasts was assessed on days 3,
7,10 and 14 (Figure 12b) as a late marker of osteogenesis. The calcium concentration
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increased between the consecutive experimental time points. In particular, the production
of calcium showed at least a 30% increase, with significantly higher levels in both scaffold
types compared to the TCPS control at days 7, 10 and 14, with an approximate increase
of 30-50% between the experimental timepoints. On days 7 and 10, the MC-containing
scaffolds presented a significantly higher increase compared to the Alg-g-PNIPAM ones.
Of note, the higher calcium content in both scaffold types may be attributed to the presence
and release of Ca®* used for crosslinking the hydrogels before and after 3D printing.

Osteoblasts produce more collagen type I than any other cell. We have quantified
the total collagen amount produced by cells cultured onto the scaffolds on days 7 and 14
(Figure 12c). Rich collagen synthesis with a concentration of 750 ng/mL was measured on
day 7 for Alg-g-PNIPAM and 900 pg/mL for Alg-g-PNIPAM/MC scaffolds, while secreted
collagen concentration increased by 10-25% on day 14. Both scaffold compositions depicted
comparable collagen production with the TCPS control at day 7. However, on day 14,
both scaffold compositions showed significantly higher collagen levels compared to the
TCPS control, with the Alg-g-PNIPAM/MC scaffolds displaying significantly higher levels
compared to the Alg-g-PNIPAM scaffolds.
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Figure 12. Normalized alkaline phosphatase activity of pre-osteoblasts cultured onto the two scaffold
types and TCPS control on days 3 and 7 (a). Calcium concentration on days 3, 7, 10 and 14 (b).
Collagen production by cells on days 7 and 14 (c). Bars represent averages + standard deviation of
n =6 (**p=0.0098, *** p = 0.0004, **** p < 0.0001). Asterisks (*) denote significant differences between
each scaffold composition with the TCPS control, while hashtag (#) designates significant differences
between Alg-g-PNIPAM and Alg-g-PNIPAM /MC scaffolds.

Alginate is one of the most prominently used biomaterials in bone tissue engineering
due to its excellent gelling capacity and its ability to physically bind cations such as
calcium and strontium, which are then available for release in aquatic environments, thus
providing an osteogenic effect [28]. PNIPAM grafted onto gelatin has also been used as
an injectable hydrogel for bone defect regeneration [29], making the mixing of these two
biomaterials a rather promising combination for bone tissue engineering applications. The
additional incorporation of MC into the alginate/PNIPAM blend was considered with
regard to supporting the 3D-printing process, as well as due to its established osteogenic
potential [30,31]. Alginate scaffolds have been previously reported to exhibit increased
alkaline phosphatase activity, presenting elevated values between subsequent time points,
compliant with the findings of this study [32]. Similarly, an injectable, thermo-responsive
hyaluronic acid-g-chitosan-g-PNIPAM copolymer has been reported to show increased ALP
activity and calcium deposition with progressing time in culture of bone marrow-derived
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mesenchymal stem cells [33]. In that particular work, calcium ions” concentration was
determined through alizarin red staining over a period of 21 days, displaying a gradual
increase, thus indicating a similar pattern to that evident in our measurements of calcium
concentration in the scaffold supernatants.

3. Conclusions

In this study, we showed that it is possible to combine graft thermoresponsive algi-
nates with MC to produce soft inks suitable for 3D printing in biomedical applications. It
was possible to control the dynamic moduli of the resulting gels by the interplay of the
different stimuli such as temperature and Ca?* ions. The presence of MC significantly im-
proved the printing fidelity and the erosion profiles of the polymer networks post-printing.
Cells cultured on both scaffold compositions, Alg-g-PNIPAM and Alg-g-PNIPAM/MC,
displayed a significant increase in osteogenic markers including ALP activity, calcium, and
collagen production compared to the control. Particularly, the MC-containing scaffolds
indicated higher responses in these markers compared to the Alg-g-PNIPAM counterparts.
These findings demonstrate the osteogenic potential of these gels and their excellent ability
to act as 3D-printed scaffolds for bone tissue engineering.

4. Materials and Methods
4.1. Materials

N-isopropylacrylamide (NIPAM, Fluorochem), 2,2'-Azobis(2-methylpropionitrile)
(AIBN, Sigma Aldrich, St. Louis, MO, USA), 2-aminoethanethiol hydro-chloride (AET HCJ,
Alfa Aesar), 1-hydroxybenzotriazole hydrate (HoBT, Fluka), 1-ethyl-3-(3-(dimethylamino)
propyl) carbodiimide (EDC, Alfa Aesar), tetrahydrofuran (THF, Sigma Aldrich), calcium
chloride dihydrate (CaCl,-2H;0O, Sigma Aldrich), sodium hydroxide (NaOH, Panreac), and
acetone (Sigma-Aldrich) were used as purchased. Purified water (3D-H,0O) was provided
by an ELGA Medica-R7/15 device. Sodium alginate (NaALG, Aldrich) with a molecular
weight range of 120,000-190,000 g/mol and a mannuronic/guluronic ratio (M/G) of 1.53
(values are given by the supplier) was dissolved at 7 w/v% in 3D water, and was further
purified against dialysis membrane (MWCO 12,000-14,000 Da) before being freeze-dried.

4.2. Synthesis of the Amino-Terminated PNIPAM-NH, Side

The polymeric side chains were synthesized by free radical polymerization. AIBN was
used as an initiator and AET HCl as a chain transfer agent. Briefly, 4 g (0.035 mol) of NIPAM
monomer units were dissolved in 40 mL THEF. The mixture solution was degassed with
nitrogen for 15 min. Then, the mixture was heated at 70 °C. Then, 0.02 g (0.177 mmol, 0.5%
over the monomer concentration) AET and 0.058 g (0.354 mmol, 1% over the monomer
concentration) AIBN were added to the mixture. The mixture was left under stirring
for 24 h. The reaction was stopped by exposure to air at room temperature followed by
purification against distilled water with a dialysis membrane (MWCO: 12,000-14,000 Da), in
order to remove unwanted byproducts and impurities; finally, the product was freeze-dried
and stored as white flakes. The number average molecular weight (Mn) was evaluated by
acid-base titration of the amino-terminated groups of the polymer chains, as presented
in Table 1.

Table 1. Molecular characteristics of the PNIPAM-NHj.

Grafting Chain Mn (g/mol) ?
PNIPAM-NH, 13,740

2 From acid-base titration.

4.3. Synthesis of the Alg-g-PNIPAM

The grafting reaction of the thermosensitive PNIPAM-NHj side chains onto the Alg
backbone was accomplished by carbodiimide chemistry, forming an amide group by the
carboxyl groups of the Alg monomer units’ ring and the -NH; end-group of the PNIPAM
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chains [34,35]. EDC and HOBt were used as coupling agents. Then, 1.15 g of NaALG
and 2.25 g of PNIPAM-NH2 were dissolved separately in 25 mL and 45 mL of 3D H,O,
respectively. The mixtures were left under stirring in room temperature for 24 h. Then, the
PNIPAM solution was added in the Alg one. Subsequently, 0.111 g (0.89 mmol, 5% moles
over the monomer moles) HOBt dissolved in 3 mL of 3D-water and 0.6279 g (0.003 mol,
20% moles over the monomer moles) of EDC dissolved in 5 mL of 3D H,O were added to
the mixture and left under stirring at 20 °C for 48h. The pH of the Alg/PNIPAM mixture
was adjusted at 5-6, and the EDC solution was added in two steps (half of the amount was
added at the start of the reaction, and the rest after 24 h). The final mixture product was
precipitated in acetone in order to remove the un-grafted PNIPAM-NH, chains, followed
by filtration and dissolution of the precipitate in ~5 wt.% in distilled water. The pH of
the mixture was set at 11 using NaOH (1M), and was further purified using a dialysis
membrane (MWCO: 25,000 Da), before finally being freeze-dried. In Table 2 the molecular
characteristics of the produced biopolymer are presented.

Table 2. Molecular characteristics of the polymer.

% Molar Composition % Weight Composition Number of PNIPAM
Graft Copolymer M,, (g/mol) ? Alg/Grafting Chain Alg/Grafting Chains Side Chains Per
(mol/mol) P (wlw) NaALG Backbone ?
Alg-g-PNIPAM 167,470 74.4/25.6 83.6/16.4 2

2 Calculated by the following equation: Myy,cop = My, alg /Wt% Alg, My, Az = 140,000 g/mol; b Calculated by "H NMR.

4.4. Proton Nuclear Magnetic Resonance ("H NMR)

The molar composition (%) of the grafting PNIPAM chains onto the Alg was calculated
by integrating the above characteristic areas, and the weight composition (%) of the graft
copolymer was calculated by the molar composition using the My, building units of sodium
alginate and the M,, of the PNIPAM side chains. The samples were dissolved in D,O (peak
~4.8 ppm) and were analyzed using a Bruker Avance iii Hd Prodigy Ascend Tm 600 MHz
spectrometer (Billerica, MA, USA).

4.5. Hydrogel Preparation

A solution of 5 wt.% Alg-g-PNIPAM containing 2 mm of Ca?* was prepared. Methyl-
cellulose was added up to final mixture concentration 7.5 wt.%. The hydrogels were left
under stirring at T = 10 °C up to full homogeneity.

4.6. Rheological Studies

The rheological evaluation of the Alg-g-PNIPAM and Alg-g-PNIPAM/MC hydrogel
samples was conducted on a stress-controlled AR-2000ex rheometer (TA Instruments) with
a cone and plate geometry (diameter 20 mm, angle 3°, truncation 111 pm). The hydro-
gels were loaded on a Peltier plate, which highly ensures the experimental temperature
(£0.1 °C), and their thermo- and shear-responsiveness were measured. A solvent trap was
located over the cone—plate geometry to prevent changes in the hydrogels” concentrations.
All the measurements were operated in the linear viscoelastic regime (LVR), which has
been verified for its sample by a strain sweep test and a constant angular frequency at
6.28 rad/s.

4.7. Determination of the LCST

The LCST temperature of PNIPAM and NaAlg-PNIPAM was measured by using a
Shimadzu UV-1900i spectrophotometer (Shimadzu Co., Kyoto, Japan) at a wavelength
of 500 nm. The instrument was equipped with a Peltier-controlled thermostated cell
holder (TCC-100, Shimadzu Co., Kyoto, Japan)). Measurements were performed in the two
polymer solutions at a concentration of 4 mg/mL.
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4.8. 3D Scaffold Design and Manufacturing

The pattern of the 3D model designed using the online TinkerCAD™ design platform
and exported to an .stl file. By loading the digital design on the open-source slicing
software Ultimaker Cura 5.2.1, all printing parameters were set, and the final file exported
in .gcode format. The generated gcode file was loaded to the 3D printer. The scaffolds
were manufactured with a low-cost 3D FFF (fused filament fabrication) printer, which
was modified to a hydrogel printer. In summary, the extruder of a Wanhao Duplicator i3
plus was removed, and next, a syringe support was designed and manufactured using a
polylactic acid filament in a commercial 3D printer (Wanhao Duplicator i3 plus, Wanhao
Ltd., Jinhua, China). A plastic 10 mL syringe was inserted in the extruder’s position, and
the head of the syringe was connected with a clamp to a pneumatic dispenser (DX-250,
Metcal, Hampshire, UK). At the edge of the syringe, a plastic nozzle with a diameter of
400 um was connected to a Luer lock fitting. The bed temperature was set at 40 °C, and
a 60 mm glass Petri dish was adhered on the printing bed by means of tape. Afterwards,
the hydrogel was placed in the syringe. An external air compressor (Mini 50, Airblock,
Thessaloniki, Greece) was joined to the syringe, and by applying the appropriate pressure,
the syringe plunger was forced to extrude the hydrogel through the nozzle. The 3D-printed
objects were crosslinked with calcium ions directly by immersion after printing in a 0.5 M
CaCl,-2H,0 solution for 30 min. Finally, the scaffolds were washed thoroughly with
distilled water and lyophilized (Telstar Cryodos, Terrassa, Spain) [30].

4.9. Structural Characterization

X-ray diffraction patterns were collected with a Bruker D8 Advance diffractome-
ter (Bruker AXS GmbH, Karlsruhe, Germany) with monochromatic CuK«l radiation
(A = 1.5406 nm) at a voltage of 40 kV and a current value of 40 mA. The angular scanning
speed was 0.35 s/step. After lyophilization, the dried gels were placed on an XRD specimen
holder and compacted with a glass slide to flatten them.

ATR-FTIR spectroscopy was performed on an FTIR spectrometer (IR Tracer-100, Schi-
madzu, Kyoto, Japan) using the ATR accessory MIRacle™ Single Reflection equipped with
a ZnSe crystal. After the background signal collection, a small amount of the dried sample
was placed in contact with the ATR crystal, and a pressure of 75 psi was applied. Spectra
were recorded by averaging 25 scans at a resolution of 4 cm ™! in the spectral range between
550 and 4000 cm .

4.10. Thermal Characterization

For the differential scanning calorimetry (DSC) measurements, powdered samples
(1-3 mg) were weighed and placed in aluminum pans, sealed hermetically, and assessed in
a Q200 (TA Instruments, New Castle, DE, USA) differential scanning calorimeter. An empty
aluminum pan used as the reference sample. The specimens were heated from 25 to 300 °C
at a heating rate of 10 °C/min under nitrogen atmosphere at a flow rate of 50 mL/min.

Thermogravimetric analysis (TGA) measurements were performed through a TG Q500
thermogravimetric analyzer (TA Instruments, New Castle, DE, USA). About 5 mg of the
samples were placed in a platinum pan and heated over a temperature range from 35 to
800 °C at a heating rate of 10 °C/min, under nitrogen with a flow rate of 60 mL/min.

4.11. Morphological Characterization

Scanning electron microscopy images (Zeiss EVO MA-10, Carl Zeiss, Oberkochen,
Germany) determine the surface morphology of the 3D-printed scaffolds. The samples were
placed on aluminum holders, fixed with a conductive silver paste, and then gold sputtered
(BAL-TEC SCD-004). Also, images were taken using a digital microscope (Celestron LLC,
Torrance, CA, USA) to measure the differences in pore diameters before and after freeze-
drying. Pore sizes were quantified using Image]J analysis software (Version 1.44p, National
Institutes of Health: Bethesda, MD, USA).
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4.12. Cell Culture Maintenance

MC3T3-E1 pre-osteoblastic cells (DSMZ Braunschweig, Germany) derived from mouse
calvaria were cultured in a humidified incubator at 37 °C and 5% CO, (ThermoFisher,
Waltham, MA, USA) in alpha-MEM supplemented with 10% (v/v) fetal bovine serum (FBS),
100 g/mL penicillin and streptomycin, 2 mm L-glutamine and 2.5 ug/mL amphotericin
(all from PAN-Biotech, Aidenbach, Germany) (complete alpha-MEM). Cells were cultured
to 90% confluence by medium change every two days, and detached using trypsin-0.25%
ethylenediaminetetraacetic acid (EDTA) (Gibco, Thermo Fisher Scientific, Waltham, MA,
USA) for passaging. All experiments were conducted with cell passages from 10 to 12.
For the osteogenic potential assessment of the scaffolds, we applied osteogenic medium
comprising complete alpha-MEM supplemented with 10 nM dexamethasone, 10 mm
glycerophosphate, and 50 g/mL L-ascorbic acid 2-phosphate (Sigma-Aldrich, St. Louis,
MO, USA).

Prior to cell seeding, all scaffolds were sterilized by immersion in 70% ethanol for
3 min, followed by 30 min of UV irradiation at 265 nm at both sides. Each scaffold was
submerged for 10 min in culture medium. Then, the medium was removed and a 15 uL
cell suspension with 3 x 10* cells was seeded onto each scaffold in a 96-well plate; 150 pL
cell culture medium was added, and cell-loaded scaffolds were placed in the incubator.

4.13. Cell Viability and Proliferation Assessment

Cell viability assessment of cells cultured onto 3D-printed scaffolds is essential in
any tissue engineering application. The cell viability of the scaffolds was investigated by
employing a metabolic assay, the PrestoBlue™ (Invitrogen Life Technologies, Carlsbad, CA,
USA) cell viability assay. The reagent contains resazurin, which changes color from blue to
purple according to cell metabolism. On each scaffold, 10 uL of PrestoBlue™ reagent and
90 mL of fresh medium were added to a final volume of 100 mL for each well of a 96-well
plate. The mixture was incubated for 1 h at 37 °C and then transferred to another 96-well
plate to measure the absorbance in a spectrophotometer at 570 and 600 nm (Synergy HTX
Multi-Mode Micro-plate Reader, BioTek, Bad Friedrichshall, Germany). The number of
living cells was measured photometrically at 3, 5, and 7 days. For the determination of cell
numbers from the absorbance values, we used a calibration curve of known pre-osteoblastic
cell numbers in the same multi-well plate type.

4.14. Cell Adhesion and Morphology

The cell adhesion and morphology onto the scaffolds were monitored using SEM at
7 days. Prior to microscopy, the scaffolds were rinsed with phosphate-buffered saline (PBS)
to remove the remaining culture medium, and were fixed using 4% paraformaldehyde
for 20 min. The scaffolds were then dehydrated in increasing ethanol concentrations from
30, to 100% v/v. The scaffolds were then sputter-coated with a 20 nm gold layer (Baltec
SCD 050, Baltec, Los Angeles, CA, USA) and observed by means of a scanning electron
microscope (JEOL JSM-6390 LV, Tokyo, Japan) at an accelerating voltage of 20 kV.

4.15. Osteogenic Potential Evaluation of Pre-Osteoblasts Seeded onto Scaffolds by Determination of
the ALP Activity, Collagen and Calcium Secretion

The ALP activity is indicative of the initial stages of osteogenesis. Briefly, the cell-
seeded scaffolds remained in culture for 3 and 7 days using osteogenic medium. Each
scaffold was rinsed with PBS and submerged in 200 uL lysis buffer (0.1% Triton X-100 in
50 mm Tris-HCI pH 10.5) to extract the cell lysate. The mixture of 100 pL lysate with 100 pL
of 2 mg/mL p-nitrophenyl phosphate (pNPP, Sigma, St. Louis, MO, USA) solution was
incubated at 37 °C for 1 h, and measured photometrically at 405 nm. The enzymatic activity
was calculated using the following equation:

Units = mmol p-nitrophenol/min
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and normalized to total protein in lysates determined using the Bradford protein concen-
tration assay.

Calcium is one of the elemental components of bone tissue. Calcium mineralization is
a crucial regulator for the formation of the bone matrix and a late marker of osteogenesis.
Calcium secretion was determined by the O-cresol phthalein complexone (CPC) method.
Culture supernatants were collected after 3, 7, 10 and 14 days, and 10 pL of each sample was
mixed with 100 pL of calcium buffer and 100 pL of calcium dye CPC. The final solutions
were transferred to a 96-well plate to measure the absorbance at 405 nm.

Collagen is a crucial element and the primary organic component of bone tissue, which
plays a pivotal role in providing structural support in the formation of the extracellular
matrix (ECM). Quantification of collagen secretion in culture supernatants was performed
by the Sirius Red (Direct red 80, Sigma-Aldrich, St. Louis, MO, USA) staining method after
7 and 14 days. In brief, 25 uL of supernatants were diluted in 75 pL of ultrapure water at
each time point. The solution was mixed with 1 mL of 0.1% Direct Red 80 and incubated
at room temperature. After centrifugation of the samples, the pellets were rinsed with
0.5 M acetic acid for non-bound dye removal. Finally, 200 pL of NaOH 0.5 M was added to
extract the collagen-bound dye complex. The absorbance of the solutions was measured
with a spectrometer in a 96-well plate at 530 nm. A calibration curve correlates the quantity
of collagen to mg/mL.

Statistical analysis was performed using GraphPad Prism 8.0.2 software (GraphPad
Software, San Diego, CA, USA) and a two-way ANOVA followed by Tukey’s multiple com-
parisons test. All values are expressed as average + standard deviation (SD). The adjusted
p value set * p < 0.05 compared each scaffold composition with the TCPS control at each
time point. Statistical analysis was performed to compare the two scaffold compositions,
Alg-g-PNIPAM and Alg-g-PNIPAM/MC.
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Abstract: Carboxymethyl chitosan (CMCh) is a unique polysaccharide with functional groups that
can develop positive and negative charges due to the abundant numbers of amine and carboxylic acid
groups. CMCh is widely used in different areas due to its excellent biocompatibility, biodegradability,
water solubility, and chelating ability. CMCh microgels were synthesized in a microemulsion environ-
ment using divinyl sulfone (DVS) as a crosslinking agent. CMCh microgel with tailored size and zeta
potential values were obtained in a single stem by crosslinking CMCh in a water-in-oil environment.
The spherical microgel structure is confirmed by SEM analysis. The sizes of CMCh microgels varied
from one micrometer to tens of micrometers. The isoelectric point of CMCh microgels was determined
as pH 4.4. Biocompatibility of CMCh microgels was verified on L929 fibroblasts with 96.5 &= 1.5% cell
viability at 1 mg/mL concentration. The drug-carrying abilities of CMCh microgels were evaluated
by loading Vancomycin (Van) antibiotic as a model drug. Furthermore, the antibacterial activity
efficiency of Van-loaded CMCh microgels (Van@CMCh) was investigated. The MIC values of the
released drug from Van@CMCh microgels were found to be 68.6 and 7.95 ug/mL against E. coli and
S. aureus, respectively, at 24 h contact time. Disk diffusion tests confirmed that Van@CMCh microgels,
especially for Gram-positive (S. aureus) bacteria, revealed long-lasting inhibitory effects on bacteria
growth up to 72 h.

Keywords: carboxymethyl chitosan; microgel; sustained drug delivery; antibiotic; Fe (II) chelating
activity; vancomycin; prolonged antibacterial effect

1. Introduction

Carboxymethyl chitosan (CMCh) is a chitosan (Ch) derivative composed of glu-
cosamine units [1]. Ch is a biocompatible, biodegradable, non-toxic, antimicrobial, ac-
cessible natural polymer and has been used in biomedical applications due to its gene-
carrying ability, bacteria growth-inhibitory effects, anti-oxidant and anti-inflammatory
activities [1,2]. However, the low solubility of Ch in an aqueous environment restricts these
biological properties [3]. Certain functional groups, such as amino and hydroxyl groups
added onto Ch chains, allow Ch to be chemically modified so that the resultant structure
possesses improved water solubility, allowing Ch derivatives multiple functions to be
explored for new applications. Carboxymethylation is one of the methods for hydrophilic
modification, and CMCh is proven to have numerous better biological properties and
unique abilities, including wound healing capability, mucoadhesive, gelling, metal-ion
chelating, moisture retention ability as well as injectability, bioimaging, gene and enzyme
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delivery aptitudes making CMCh as one of the most preferred materials in tissue engineer-
ing applications with its additional advantages such as degradability [1,4,5]. Depending
on the carboxymethylation reaction, O-Carboxymethyl chitosan, N, O-Carboxymethyl
chitosan, and N, N-Carboxymethyl chitosan with different biological activities can be
obtained [6,7]. CMCh-based gels were found to be biocompatible with mesenchymal
stem cells, osteoblasts, and fibroblasts [8-10]. Due to the presence of a higher number
of chelating groups, supramolecular assemblies of CMCh, i.e., CMCh-based hydrogels,
can increase the moisture retention time, improve water solubility, biodegradability, and
enhance antibacterial activity [11,12]. Moreover, CMCh, as a drug carrier, is able to exhibit
slower drug release and better adsorption ability compared to CH, which directly affects
its bioavailability [13].

Novel gel-based drug carriers derived from natural polymers have been proposed
for the treatment of a wide variety of diseases, including neurological disorders, diabetes,
infections, psoriasis, glaucoma, and cancer [14-17], and the majority of them showed
promising results. Considering the higher cost of manufacturing processes of synthetic
drug molecules or drug delivery systems, the ease of production and modification of
nature-based materials such as CH and CMCh are quite advantageous, especially in the
biomedical, cosmetic, and food industries [1,18,19]. In literature, CMCh-based scaffolds,
nanoparticles, and hydrogels showed controllable pore size, higher swelling ability, degrad-
ability, cell adhesion, and proliferation capabilities, e.g., Rao et al. reported that poly(vinyl
alcohol) and CMC-containing wound dressing material and showed that these materials
have high cell viability on connective tissue cells [20]. Another recently published study
indicated that CMCh had to promote wound healing in burn wounds, such as wound
contraction [18]. Local delivery of chemotherapeutics and their sustained release for up
to 5 days was achieved using CMCh-based hydrogels [21]. In addition, CMCh showed
pH-responsive swelling ability and high biocompatibility in normal cells. Recently, the
controlled release of drugs from carriers via different factors such as pH, temperature,
electrical field, and partition coefficient has become a highly preferred method [14,16,22].
Natural polymers such as CMCh can integrate and release drugs at a higher rate with their
unique bio-beneficial properties with good swelling ability, entrapment, and degradation
properties, maintaining the relevant drug concentration in the blood for an extended pe-
riod [23,24]. CMCh-based polymeric structures were reported to be used for the delivery of
a variety of antimicrobial agents such as ciprofloxacin [22], fluconazole [25], clindamycin [4],
gentamycin sulfate [5], voriconazole [26]. To date, biocompatible Ch hydrogels crosslinked
with different agents such as glutaraldehyde, formaldehyde, and oxalic acid for tissue
engineering are reported [27,28]. Despite these gel-based polymeric structures that possess
porous and interconnected structure, elasticity, flexibility, and moisturize-retention ability,
the low mechanical strength, poor stability, and insolubility of hydrogels at certain pH
conditions significantly restrict their use [27]. Likewise, the standardization of CS-based hy-
drogels, as well as their insufficient clinical utility, persist as substantial limitations [29]. On
the other hand, nano- and microgels of chemically crosslinked Ch such as Ch:methacrylates,
CMCh:sodium tripolyphosphate complex, CMCh:alginate complex, and CH:gelatin com-
posites were proven to overcome most of these limitations and exhibit improved properties
for drug delivery purposes including injectability [30-32].

Vancomycin (Van) is a first-generation glycopeptide antibiotic especially prescribed
for hospital-acquired infections [33]. Van is suggested in many diseases such as colitis,
skin and soft tissue infections, and endocarditis with FDA approval. The mechanism of
action of Van is to stop the cell wall production of bacteria by binding to peptidoglycan
precursors and inhibiting the protein-biosynthesis cycle. Hence, in addition to the main
effects on Gram-positive bacteria, Van also has broad-spectrum antimicrobial effects. Van
is administered parenterally or orally, but due to its hydrophilic nature, Van is released
fast and has limited membrane permeability. Low systemic absorption (oral bioavailability
of less than 10%) [34] and rapid clearance (elimination half-life is 5-11 h range) [35] of
this drug are the important obstacles, and it was reported that Van should be used with
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a loading dose to ensure effective blood levels [36]. However, severe diarrhea, hearing
loss, angioedema, neutropenia, nephrotoxicity, ototoxicity, and Van flushing syndrome
(VES, with quite varying incidences, were reported as non-negligible adverse effects of this
antibiotic. These adverse effects strongly concern patients with diabetes, renal impairment,
and hypersensitivity [35,37].

Several methods for Van loading into mesoporous materials or gel-based polymeric
structures, including physical mixing and vacuum-assisted loading, were reported [38]
to increase the bioavailability of Van. These reports confirmed that Van release from Van-
loaded particles could last more than 5 days [38]. Poly(ethylene glycol) conjugated Van
showed high drug loading content and stability [33]. Since Van is known as a critical situa-
tion medicine, it is important to provide optimum delivery conditions for this antibiotic.
Rapid Van release, along with a prolonged local drug concentration for killing the bacteria
in the initial stage, is preferred to obtain a better therapeutic response as well as to prevent
continuous bacterial infections [39]. Van is a large antibiotic having approximately 1500 Da
of molecular weight and a big molecular size (3.2 x 2.2 nm) [40,41]. Therefore, the potential
Van carriers should possess appropriate characteristics, e.g., size, pore, functional groups,
etc., to encapsulate this drug as well as have controllable swelling or degradability capabili-
ties. To date, Van@hydroxy propyl methyl cellulose microparticles [42], Van-encapsulated
poly(epsilon-caprolactone) microparticles [43], Van@poly (lactic-co-glycolic acid)(PLGA)
microspheres [44] with sustained release of Van up to 6.5, 7 and 28 days, respectively, are
reported. In a recent study conducted by Yu et al.,, Van@PLGA microspheres with pH-
responsive characteristics were proposed [45]. It was proven that Van-loaded microspheres
were able to inhibit bacteria growth of S. aureus even on the 50th day of the drug release.

Here, we report CMCh microgels as a biocompatible drug delivery system designed
for carrying active agents such as antibiotics, antifungals, antivirals, antineoplastic agents,
and so on. Microgels of CMCh were synthesized in a microemulsion system. Functional
and morphological characterization of CMCh microgels was elucidated by FTIR spec-
troscopy and scanning electron microscope (SEM) images. The hydrolytic degradation of
the prepared microgels was determined by pH-dependent weight loss studies. In addition,
the biocompatibility of CMCh microgels was assessed on connective tissue cells in vitro.
Moreover, Van (Van HCI) as a model drug was loaded into CMCh microgels, and its release
characteristics were studied because of the rapid elimination and low bioavailability nature
of this antibiotic. The main aim of Van loading into CMCh microgels was to obtain a
sustained drug release profile lasting more than 24 h. Furthermore, the antibacterial activity
of CMCh microgels and its drug-loaded form were tested against both Gram-negative
Escherichia coli and Gram-positive Staphylococcus aureus. Further, the prolonged drug release
was planned to be confirmed by antimicrobial activity studies in vitro.

2. Results and Discussion

DVS forms ether bonds by the reaction of the primary hydroxyl groups of glucose
units, e.g., in Hyaluronic acid) [46] or by reaction of amine groups, e.g., in the preparation
of polyethyleneimine particles [47] under alkaline conditions. The reaction of DVS as a
crosslinker in crosslinking is reaction is rapid, resulting in gel formation within minutes [48].
A schematic diagram of the synthesis of CMCh microgels with DVS is illustrated in Figure 1.
It is apparent that spherical-shaped CMCh microgels with smooth surface morphology
are successfully formed in two different reaction mediums. The SEM images of microgels
synthesized in two different microenvironments are given in Figure 1. The dimensions
of the microgels were determined using the ImageJ] program. The microgels synthesized
in 0.2 M AOT/isooctane medium (M1) were 5.8 £ 4.8 um in size, while the microgels
synthesized in 0.1 M lecithin/cyclohexane medium (M2) were found to be in 1.2 & 0.4 um.
The yield was less than 25% in the M1 medium, whereas the yield was 89.4 + 3.3% for the
microgels prepared in M2. Therefore, the studied for the progress of this research were
continued using CMCh particles prepared in M2 medium.
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Figure 1. (a) Schematic presentation of CMCh microgels preparation and (b) photograph of powder
CMCh molecules and the SEM images of CMCh microgels synthesized in M1 (0.2 M AOT /isooctane
medium) and M2 (0.1 M lecithin/cyclohexane) medium, respectively.

The SEM images of Van@CMCh microgels are given in Figure S1. Although the
CMCh microgels have a smooth spherical shape, the Van@CMCh microgels have reduced
roundness and smoothness. The presence of drug within the network of CMCh upon
drying can cause this kind of alteration of the smooth surface features.

From the FT-IR spectra of CMCh and CMCh microgels shown in Figure 2a, the wide-
stretching peak in the 3200-3550 cm~! band is noticeable for both CMCh, i.e., for CMCh
polymer and its microgel. It has been reported that DVS shows an FT-IR peak at 1312 cm !
(S=0 asymmetric stretching vibrations) and at 1131 cm~! for S=O symmetric stretching
vibrations [47]. Since the S=O (asymmetric stretching vibrations) peak of DVS seen in
1310 overlaps with the O-H peak of CHCh, and the S=O (symmetric stretching vibrations)
peak in 1100 coincides with the ether peak, -CH,-O- of CMCh, no new peak is visualized
upon microgel formation by DVS crosslinking of CMCh. It is also evident that some of
the stretching frequencies of CMCh and crosslinked CMCh microgel peaks overlapped,
such as S=0O stretching, C-O stretching, and O-H vibrations. On the other hand, the peak
intensity belonging to R-O-R upon crosslinking of -OH groups of CHCh molecules with
DVS at around 1100 cm ! is increased.

The thermal gravimetric analysis provides a quantitative measurement of weight
change as the temperature is increased. Figure 2b shows a thermal gravimetric analysis of
CMCh and CMCh microgels. In the thermal degradation graph of CMCh, about 1.2 wt%
at 239 °C and about 29 wt% at 291 °C were degraded, and heating up to 600 °C, 49.8 wt%
of CMCh remained. The CMCh microgels, on the other hand, retained 73.5 wt% of their
initial weight at 249.1 °C. At 303.6 °C, 33.5% of its weight remained, and at about 600 °C,
3.4% of the weight of the CMCh microgels remained.

In a 1 mM KNOs solution, in varying pH (2.5-11.5) solutions, the zeta potential values
of CMCh microgels” were investigated. The pH was found to be 10.22, and the zeta potential
was —16.9 & 1.2 mV for 20 mg/mL microgel in 1 mM KNOs3. The zeta potentials against
changing pH are given in Figure 3a. Based on these data, the isoelectric point (IEP) was
calculated as pH 4.4. When the IEP is greater than 7, the surface is called a basic surface.
When the IEP is less than 7, the surface is called an acidic surface. In this study, CMCh
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microgels IEP is less than 7. This indicates that the surface of the CMCh microgels has
an acidic character. From this point of view, it can be deduced that the acidic characters
due to -OH and -COOH groups on the surface are more than the basic characters such as
-NH; groups.
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Figure 2. (a) FT-IR spectrum of CMCh and CMCh microgels and (b) and their thermal degradation
(TG %) curves.

Fe(Il) chelating activity of CMCh and CMCh microgels was investigated in the
125-2000 mg/mL concentration range. As seen in Figure 3b, Fe(Il) chelating capability
of both CMCh and CMCh microgels increases depending on the concentration of micro-
gels. CMCh and CMCh microgel chelate Fe(Il) ions at very high rates. At 250 mg/mL
concentration, CMCh chelates 67.3 £ 9.3% of Fe(Il) ion, while CMCh microgel chelates
only 53.6 £ 10.3% of it. This can be understandable because of the crosslinked structure
of CMCh microgels; some of the carboxylic acid amine groups from CMCh chains are not
readily available for chelation with Fe(II) due to the microgel network.

The hydrolytic degradation of CMCh microgels was investigated by gravimetric
analysis at pH 1, 7.4, and 9 as simulation environments for the stomach [49], physiological
conditions [49], and duodenum [50] conditions, respectively. The incubation times of 24 h,
48 h, and 72 h were chosen, and their results are illustrated in Figure 4a as the weight loss
(%) of the microgels.
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Figure 3. (a) Zeta potential measurements of CMCh microgels at various pHs in 0.01 M KNO3
solutions and (b) Fe(Il) chelating activity % of CMCh and CMCh microgels.
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Figure 4. (a) Weight loss (%) of CMCh microgels at different pH conditions at 24 h, 48 h and 72 h
incubation times and (b) gravimetric weight loss (%) of CMCh microgels with time at pH 7.4, 37 °C.
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As seen in Figure 4a, the weight loss (%) of CMCh microgels was determined as
68.1% =+ 3.7%, 27.3% £ 4.0%, 62.1% £ 2.3% at pH 1, 7.4, and 9, respectively, in 24 h. These
results indicated that CMCh microgels are highly degradable under acidic (pH 1) and basic
(pH 9) conditions. Further, it was found that CMCh microgels are highly stable under
physiological conditions, pH 7.4. The hydrolytic degradation of CMCh microgels was
also analyzed for longer incubation times, 48 h and 72 h. According to the degradation
results, 68.4% =+ 2.4%, 27.7% + 4.1%, 63.2% =+ 0.5% weight loss (%) at 48 h incubation,
and 69.1% =+ 0.5%, 27.8% = 3.0%, 64.7% + 2.9% were measured for 96 h incubation times
atpH1,7.4, and 9, respectively. As seen, more than 50% of the microgels were degraded
within the first 24 h at pH 1 and pH 9, indicating that hydrolytic degradation of CMCh
microgels was in line with the desired degradation profile for certain applications. Consider-
ing the regional pH changes observed in the human body due to reasons such as inadequate
blood perfusion, tumor formation, hypoxia, and inflammation [51,52], controllable drug
release from CMCh microgels could be obtained by endogenous stimuli. For example, the
tumor microenvironment is more acidic (pH 5.6 to 6.8) compared to physiological pH [53].
Therefore, it can be said that pH-dependent drug release for targeting certain body parts
could be achieved by drug-loaded CMCh microgels with suitable drug loads. Furthermore,
the degradation rate of the microgels did not change significantly between 24 h and 72 h,
revealing that CMCh microgels can remain stable for up to 3 days after degradation at a
certain rate. In addition, the hydrolytic degradation of CMCh microgels was performed at
pH 7.4 and 37 °C at various times, as shown in Figure 4b. As seen at 4 h, no degradation
of CMCh microgels was observed. It was observed that, at 8 h, 16 h, 24 h, 48 h,and 96 h
incubation times, 9.57%, 19.1%, 27.3%, 27.78%, and 27.81% of the weight loss were observed,
respectively, for the prepared CMCh microgels. Furthermore, by reducing the crosslinker
ratio, microgels with higher degradability can be obtained [54]. The degradation profiles of
10% and 25% crosslinked CMCh microgels, which can be degraded at a higher rate, will be
investigated in our future studies for different applications.

Fibroblasts are differentiated into many cell types, including adipogenic, chondro-
genic, and osteogenic cells [55]. L929 fibroblasts are adhesive cells derived from Mouse
C3/An connective tissue. 1929 fibroblasts, with their reproducible biological responses and
susceptibility to toxic effects, are considered correct cells for biocompatibility studies [56].
Therefore, CMCh and CMCh microgel samples up to 1000 ng/mL concentrations were
used in biocompatibility studies on L929 fibroblasts at 24 h incubation time.

As illustrated in Figure 5, the cell viability (%) values of the natural CMCh polymer
and CMCh microgels were found to be 97.2 + 1.8% and 96.6 £ 1.7%, respectively, at
the highest concentration, 1 mg/mL. According to the biocompatibility test data and the
Anova statistical test results, there is no statistical difference between each (50-1000 ug/mL)
concentration of CMCh and the control. For CMCh microgels, it was not statistically
different from the control at all concentrations. Therefore, prepared microgels, with their
excellent cell compatibility, allow them to be designed and safely used for biological,
biomedical, and pharmaceutical applications.

Van is loaded into CMCh microgels for a short amount of time, 2 h, by adsorption
method. Van loading amount of CMCh microgels was found to be 111.42 £ 7.08 mg/g. As
previously stated in the previous sections, Van is a large active pharmaceutical compound
antibiotic. Here, a high amount of drug loading for Van was reported. Van-loaded microgels
(Van@CMCh) underwent SEM analysis to further examine the microgels in their drug-
incorporated forms, and the corresponding images are given in Figure S1. The drug-loading
process was carried out in an aqueous solution, and the loaded particles were washed with
ethanol solution. In Figure S1, it is seen that the spherical shape of the prepared materials
did not change after Van loading. It assumed that Van drug molecules (seen as smaller
particles) are homogenously distributed into CMCh microgels. Van release studies from
Van@CMCh microgels were performed at pH 7.4 and 37 °C in vitro, and the corresponding
graphs are illustrated in Figure 6.
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Figure 5. In vitro biocompatibility studies of CMCh molecules and microgels at 24 h incubation time.
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Figure 6. (a) Vancomycin (Van) release profile (mg/g) with time and (b) Van release (%) within
4 days.

As seen in Figure 6, within the first hour, the sixth hour, and twelfth hour of the drug
release, 5.55 £ 0.1,9.35 + 1.1, and 12.14 &+ 1.3 mg/g Van were released from Van@CMCh
microgels which equal to 4.98%, 8.38% and 10.89% of the loaded Van, respectively. It
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can be said that even up to 30 h, 4.6 £ 0.1 mg/g (4.13% of the loaded antibiotic) was
released, which indicates the rapid release of the antibiotic. Van release from Van@CMCh
microgels was linear up to 50 h, whereas from 50 h to 96 h, the drug released was found
at a considerably slower rate. Overall, 79.99 mg/g Van was released from Van@CMCh
microgels, which shows that 71.8% of the loaded drug was released within 4 days, which
also fits the desired amount. The calibration curve of Van in PBS solution at 280 nm is given
in Figure S2. Moreover, different kinetic models such as zero order, first order, Higuchi,
and Korsmeyer—Peppas models were applied to the drug release graphs to examine the
Van release from CMCh microgels. The calculated values for each model were summarized
in Table 1, and the corresponding release (%) vs time (day) plots for related models are
given in Figure S3.

Table 1. The list of kinetic models and parameters calculated for the release of Van from
Van@CMCh microgels.

Kinetic Model Parameters Van@CMCh Microgels
ko 25.582
Zero order R2 0.9652
, 9 0.327
First order R2 0.9264
. . kg 30.667
Higuchi R? 0.8257
kgp 22.437
Korsmeyer-Peppas n 1.245
R? 0.9763

Correlation coefficients (R?) shown in Table 1 indicate that the Korsmeyer-Peppas
kinetic model fitted Van release the best with a higher R? value, 0.9763. As seen, the Higuchi
model was the one fitted with the lowest R? value of 0.8257. The R? values of the zero-order
and first-order models for Van release are calculated as 0.9652 and 0.9264, respectively. The
Korsmeyer—Peppas kinetic model is defined as a linear and non-linear regression model in
which the n values determine the drug release mechanism [57]. Korsmeyer-Peppas model
is reported to be applicable for the release of various drugs from the drug-loaded polymeric
structures [58]. The n values for Van release from Van@CMCh microgels were calculated as
1.245, which exceeds the value of 0.89 and reveals that the release model fitted the super
case II transport [57,58].

Antibacterial potencies of CMCh, CMCh microgels, Van@CMCh, and Van were tested
against two common bacteria strains, E. coli and S. aureus, and the corresponding results
were summarized in Table 2.

Table 2. MIC and MBC values of CMCh-based materials.

Microorganisms E. coli S. aureus
Sample MIC (ug/mL)  MBC (ug/mL) MIC (ug/mL) MBC (ng/mL)
CMCh - - - -
CMCh microgels - - - -
Van@CMCh microgels 64 - 8 8
Vancomycin * 15 250 0.2 0.2

* Vancomycin aqueous solution was used as control.

As shown in Table 2, CMCh and CMCh microgels did not show any antibacterial
effect on the studied microorganisms up to 2.5 mg/mL concentrations. On the other
hand, on the well plate, transparent wells (an indicator of no visible growth) contain-
ing Van@CMCh microgels were detected, and MIC and MBC values were determined
accordingly. MIC values of Van released from Van@CMCh microgels were found to be
64 ng/mL and 8 pg/mL for E. coli and S. aureus, respectively. Moreover, MBC values of
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Van released from Van@CMCh microgels were found to be 8 ug/mL. Micro-titer assay
results are also illustrated in Figure 54 as the reduction in the colony-forming units (ex-
pressed logarithmically). For E. coli, no concentration was detected that kills 99.9% of
the microorganism within 24 h. These results are correlated with the literature because
Van is mainly effective on Gram-positive bacteria and has mild antibacterial effects on
Gram-negative bacteria [34]. Further, bare Van was tested as a control. MIC and MBC
values of bare-Van were found to be 15 ng/mL and 250 pg/mL for E. coli and 0.2 pg/mL
and 0.2 pg/mL for S. aureus, respectively.

Van@CMCh microgel suspension at 5 mg/mL concentration was freshly prepared,
and 20 pL of the suspension was placed onto disks and incubated for 24 h, 48 h, and 72 h at
35 °C. The inhibition zone diameters and photographs of the disk diffusion assay are given
in Table 3 and Figure 7, respectively.

Table 3. Inhibition zone diameters of Van@CMCh microgels (20 uL of 5 mg/mL).

Inhibition Zone Diameter (mm) 24 h 48 h 96 h
E. coli - - 11.5+1
S. aureus 11.6 £1.5 125+1 145+15

11.4 + 1 mm

~ No inhibition zone  /

v/

48h

S. aureus

14.5+ 1.5 mm

96h

Figure 7. Photographs of inhibition zone diameters of Van@CMCh microgels (20 puL of 5 mg/mL) at
24 h, 48 h, and 96 h incubation times.

The inhibition zone for E. coli was detected only at 96 h as 11.4 & 1 mm. Inhibition
zone diameters for S. aureus were measured as 11.6 £ 15,125 + 1, and 145 +£ 1.5 mm
at 24 h, 48 h, and 72 h incubation times, respectively. It can be noticed that for S. aureus,
especially at 48 h and 96 h, a relatively less symmetrical zone was detected due to the
retention of the particle suspension on the disc, as can be seen in Figure 7. However, since
the endpoint where bacteria could grow was seen, the zones were measured with average
values. Disk diffusion test results are strongly correlated with the in vitro drug release
studies of Van@CMCh microgels. The inhibition zones for S. aureus from 24 h to 72 h
expanded significantly, revealing that the drug release continued, and the antibacterial
effect lasted at least for 72 h. One of the areas where extended drug release is most needed
is the administration of antimicrobial agents. Some of the antibiotics and antifungals
currently used have become insufficiently effective due to unnecessary use, inadequate or
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ill-timed dosing, enzymatic inactivation of drugs, changes in drug targets, and excretion
of drugs by active transport proteins in microorganisms [59]. Antimicrobial resistance,
especially seen in bacterial species such as Escherichia coli, Staphylococcus aureus, Klebsiella
pneumoniae, and Streptococcus pneumonia, reveals difficult cases to treat, such as nosocomial
infections [60]. Under selective antibiotic pressure, drug-susceptible bacteria are destroyed
or stop growing, while naturally resistant bacteria can survive [61]. Therefore, it is crucial
that therapeutic agents are given at appropriate intervals and exhibit improved absorption
and distribution profiles [62]. The extended release of certain antibiotics, such as Van,
could improve their in vivo half-life and that bioavailability. In healthy adults, the terminal
half-life of Van is reported as 4-6 h [34].

In the current study, Van release from CMCh microgels lasted for a significantly
longer time (4 days), revealing that the prepared microgels were found quite successful as
antibiotic carriers. Furthermore, wide-spectrum antibiotics, as well as anticancer, antifungal,
antiviral, anti-inflammatory, antihistaminic drugs, and so on, can be loaded into CMCh
microgels. Considering their degradability profile, controlled drug release for pH or
temperature-sensitive drugs can also be readily achievable.

3. Conclusions

In this study, the single-step preparation of CMCh microgels via a microemulsion
method by crosslinking with DVS was reported. The microsphere formation was confirmed
via SEM and FT-IR spectroscopy analyses. The prepared CMCh microgels are spherical and
1.2 £ 0.4 pm size range. Despite the ease of their production, the possible residue from the
organic solvent and chemicals can be identified as a limitation. Hence, the microemulsion
polymerization technique requires a proper microgel/particle washing process to remove
the surfactant from the environment, or the surfactant-free synthesis method needs to
be considered for in vivo applications. The hydrolytic stability of CMCh microgels was
confirmed that the microgel has a pH dependent on degradation profiles and can degrade
up to about 70% at pH 1 and 9 while degrading about 30% at pH 7.4 up to 96 h contact times.
The cell cytotoxicity results of CMCh microgels performed on L929 fibroblasts indicated
that prepared CMCh microgels did not induce any significant toxicity even at 1 mg/mL con-
centration with cell viability values more than 95%. Moreover, the drug delivery efficiency
of CMCh microgels was evaluated using Van, a large antibiotic with a rapid clearance
profile and low bioavailability, as a model drug. Van-loaded CMCh microgels showed
sustained drug release up to 96 h. Furthermore, the prolonged Van release ability of CMCh
microgels was confirmed by antimicrobial activity studies on E. coli and S. aureus bacteria.
The high drug loading capability of CMCh microgels (111.42 & 7.08 mg/g) suggests that
other large drug molecules or drugs with stability and solubility issues could be delivered
utilizing CMCh microgels as highly biocompatible drug delivery vehicles. Further, the drug
release amount and kinetic can be readily controlled by a suitable amount of crosslinker
used during particle preparation. Moreover, the higher surface area of microgels provides
many advantages over common bulk hydrogel formulations. Therefore, CMCh microgels,
with their adjustable degradability, pore characteristics, and controllable drug loading and
release properties, have many advantages for various drugs with limited activities in the
treatment of different diseases.

4. Materials and Methods
4.1. Materials

Carboxymethyl chitosan (Santa Cruz Biotechnology, Fischer Scientific, Deacetylation
degree 90%, Hampton, New Hampshire) as a starting material and divinyl sulfone (DVS,
>96%, TCI) as a chemical crosslinker was used in CMCh microgel preparation. L-alpha-
Lecithin, granular, from soybean oil (Across), sodium bis(2-ethylhexyl) sulfosuccinate
(AOT, 96%, Sigma Aldrich, St. Louis, MO, USA) as a surfactant, and Cyclohexane (Certified
ACS, Fisher Chemical™, Pittsburgh, PA, USA, 99+%), 2,2,4-trimethylpentane (isooctane,
Sigma) as a solvent were used as received in CMCh microgels preparation Vancomycin
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hydrochloride (Van HCI, Alfa Aesar, Thermo Fisher Scientific, Molecular Biology Grade,
Waltham, MA, USA) was purchased and used as a model antibiotic for drug delivery studies.
For the iron (II) chelating assay, 3-(2-pyridyl)-5,6-diphenyl-1,2,4-triazine-4’,4" -disulfonic
acid sodium salt (ferrozine, >98%, from Santa Cruz Biotechnology, Dallas, TX, USA) and
iron (II) sulfate heptahydrate (FeSO4-7H,0, >99.5%, ACS reagent from Across Organics,
Geel, Belgium) were used as received. For the cell viability tests, the L929 fibroblast cell
line was obtained from the SAP Institute (Ankara, Turkey). Dulbecco’s Modified Eagle’s
Medium (DMEM/F-12, 1:1) (L-Glutamine, 15 mM HEPES, 1.2 g/L NaHCO3) as the cell
culture medium was purchased from Pan Biontech GmbH, Aidenbach, Germany. Fetal
bovine serum (FBS), antibiotic solution (penicillin—streptomycin), and trypsin-EDTA (0.25%)
were used as received (Pan Biontech GmbH, Aidenbach, Germany). Trypan Blue (0.5%
solution) was acquired from Biological Industries, and thiazolyl blue tetrazolium bromide
(MTT) was obtained from BioFroxx (Einhausen, Germany). Dimethyl sulfoxide (DMSO,
99.9%, Carlo-Erba, Val-de-Reuil, France) was used as received. Molecular porous membrane
tubing was obtained from Spectrum Laboratories (MWCO: 12-14 kD, Fischer Scientific,
San Jose, CA, USA). For antibacterial activity tests, Gram-negative bacteria Escherichia coli
ATCC 8739 and Gram-positive bacteria Staphylococcus aureus ATCC 6538 were obtained
from KWIK-STIK™ Microbiologics (St. Cloud, MN, USA). Nutrient agar and nutrient broth
as growth medium were purchased from BD Difco ™ (Becton, Dickinson and Company,
Sparks, MD, USA) and used as received.

4.2. Synthesis and Characterization of CMCh Microgels

CMCh microgels were prepared by micro emission method in two different environ-
ments. Briefly, 0.05 g CMCh was dissolved in 1.5 mL 0.5 M NaOH solution. A total of
0.5 mL of this solution was placed in 0.1 M lecithin/cyclohexane medium. Then, 50 moles
of crosslinking agent, DVS was put into the mixed solution. After an hour, the solution
mixture was precipitated at 1000 rpm for 10 min. The CMCh microgels were washed
2 times with cyclohexane, 2 times with ethanol and 2 times with an ethanol: water (1:1)
mixture. Finally, it was washed once with acetone.

Similarly, 0.5 mL of the CMCh solution was put into 0.2 M AOT/isooctane medium,
and 50% DVS crosslinker was added and allowed to react for 1 h. The precipitation process
was achieved by centrifuging twice at 1000 rpm with acetone.

Using the attenuated total reflection (ATR) technique, the spectra of CMCh and CMCh
microgels were evaluated using Fourier transform infrared radiation (FT-IR, Nicolet iS10,
Thermo, Boston, MA, USA). A thermogravimetric analyzer determined the percentage of
CMCh microgels (exstar, SII TG/DTA6300, Seiko Ins. Corp, Tokyo, Japan). About 5 mg of
CMCh sample was heated from 100 to 600 °C with a temperature increase of 10 °C/min
under the influence of nitrogen gas flow of 200 mL/min for thermogravimetric analysis.

In 40 mL of 10 Mm KNOj solution, 20 mg of CMCh microgels were suspended. Zeta
potential measurements performed in 40 mL of 1 mM KNOj solution to determine the
surface charge of the microgels.

In accordance with the literature, chelating Fe (II) was performed [63]. For this purpose,
96 well plates were filled with 140 uL of CMCh and CMCh microgels. A 20 mL of 1 mM
Fe(ll) aqueous solution was then added to the sample and measured at 562 nm with a
Thermo Multiscan Go microplate reader. A second reading was performed after adding
40 pL of 2.5 mM ferrozine solution. The following formula was used to calculate Fe (II)
chelating activity.

Iron (IT) chelating activity% =

sample
] w0
AAS(>2

4.3. Degradation Profile of CMCh Microgels

The stability and degradation profiles of CMCh microgels were investigated by hy-
drolytic degradation studies at 24 h, 48 h, and 72 h incubation times at different solution
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pH values, pH 1, 7.4, and 9. For this goal, CMCh microgels weighing 20 mg were placed
in 20 mL of buffered pH solutions of pH 1, 7.4, and 9, in centrifuge tubes and kept up to
three days. At certain times, at 24 h, 48 h, and 72 h incubation times, samples were taken
and centrifuged at 10,000 rpm for 15 min to precipitate the non-degraded CMCh microgels.
Then, the supernatant was gently decanted, and the precipitated particles were dried in
an oven at 50 °C overnight. Weight loss (%) was calculated by the difference between
the initial microgel weight and the microgel weights at 24 h, 48 h, and 72 h incubation
periods. Moreover, hydrolytic weight loss kinetics of CMCh microgels were studied in
detail at pH 7.4 and 37 °C at 4 h, 8 h, 16 h, 24 h, 48 h and 96 h incubation. Hydrolytic
degradation studies were performed three times, and the mean values are given with the
standard deviations.

4.4. In Vitro Cell Compatibility Studies of CMCh Microgels

The cell viability of CMCh microgels was determined on the 1929 fibroblast cell
line via colorimetric MTT assay following the literature [64]. CMCh stock solution and
CMCh microgel suspensions were prepared by weighing 10 mg of each CMCh-based
material and suspending them in 10 mL of DMEM solution. Initial concentrations of CMCh-
based samples were prepared at 1 mg/mL and diluted in DMEM to prepare different
concentrations of samples. The fibroblasts were cultured in a DMEM medium containing
10% FBS and 1% antibiotic for 4 days. For the cytotoxicity analysis, 100 uL of cell suspension
containing 1 x 103 cells/mL were seeded onto a 96-well plate and incubated at 37 °C in
a 5% CO,/95% air atmosphere. After 24 h incubation, cells were checked and interacted
with 100 uL of CMCh-based samples at 0.05-1 mg/mL concentrations. After 24 h of the
incubation period, the old culture media containing samples was discarded, and the cells
were washed with phosphate buffer saline (PBS) solution two times. Then, 0.1 mL of fresh
prepared MTT solution at 0.5 mg/mL was placed onto each well and incubated at 37 °C
for 3 h in a dark condition. After this period, formazan crystals produced by the active
mitochondria in viable cells were dissolved using 0.2 mL of DMSO and slowly mixed. After
20 min, the absorbance values of the wells were measured at 570 nm by using a plate reader
(Thermo Scientific, Multiskan Sky, Waltham, MA, USA). GraphPad Prism 9 software was
used for the statistical analysis of cytotoxicity analysis. Statistical differences between the
control groups and samples were measured using Dunnett’s multiple-comparison test and
one-way ANOVA. A p-value < 0.05 was considered statistically significant.

4.5. Drug Delivery Abilities of CMCh Microgels

The drug-loading process of Vancomycin (Van) into CMCh microgels was completed
by the soaking method (adsorption technique), as described in the literature [65]. Briefly,
0.1 g of CMCh microgels were immersed in 30 mL of 1 mg/mL Van aqueous solution
and stirred at 5000 rpm for 2 h. The drugs can be loaded into polymeric particles for
long periods, i.e., 12 h and 24 h [66], but the Van loading process was performed for a
shorter amount of time (2 h) in order not to degrade 50% crosslinked microgels during
the drug loading time. After Van loading, antibiotic-loaded microgels as Van@CMCh
were precipitated in the same medium at 10,000 rpm for 5 min, then washed once with an
ethanol solution to eliminate the drug molecules that adhered to the outer surface but did
not penetrate the microgel structure. Finally, Van@CMCh microgels were dried at 50 °C
oven overnight.

In vitro drug release studies of Van@CMCh, microgels proceeded at 37 °C and physio-
logical pH condition (pH 7.4) to mimic the normal body temperature. First, Van@CMCh
microgels of 50 mg were weighed and suspended in 1 mL of phosphate-buffered saline
solution (PBS, sterilized) in dialysis tubing. Then, Van@CMCh containing dialysis mem-
brane was placed in 20 mL of PBS solution in falcon tubes and kept in a shaking bath.
Uv-Vis spectra were recorded at various times, i.e., each measurement was performed three
times, and the results are given as the average values. The loaded and released amounts of
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antibiotic drug were calculated by using the calibration curve of Van at 280 nm in DI water
and PBS solutions, respectively, via UV-Vis spectroscopy.

4.6. Antibacterial Activities of Van@CMCh Microgels

Bacteria growth inhibition and bactericidal effects of Van@CMCh were investigated
against Gram-negative bacteria E. coli ATCC 8739 and gram-positive bacteria S. aureus
ATCC 6538 by micro-titer dilution and inhibition zone assays as described in the litera-
ture [67,68]. CMCh, CMCh microgels, and Van@CMCh microgels weighing 50 mg were
sterilized under UV irradiation at 355 nm and then suspended in 10 mL of PBS solu-
tion. Microgel-containing samples were sonicated for 30 s for homogenization and then
immediately used.

4.6.1. Broth Micro-Titer Dilution Assay

The bacterial suspensions were adjusted in nutrient broth (NB) to a McFarland stan-
dard of 0.5, which corresponds to 1.5 x 108 CFU/mL [69]. Then, 0.1 mL of NB was added to
each well of the 96-well plate. Then, 0.1 mL of CMCh-based samples were placed in the first
well of each column on the plate and diluted with the existing media. Lastly, 10 pL of bac-
teria inoculum at 0.5 McFarland was added to each well and gently mixed. A vancomycin
aqueous solution of 1 mg/mL was used as a control. Bacteria containing well-plates were
incubated at 35 °C for 24 h. After this time, MIC and MBC values of CMCh-based materials
were determined as the concentration that showed no visible growth in the wells and killed
99.9% of the microorganisms, respectively.

4.6.2. Zone of Inhibition Method

Following the micro-titer assay, zone of inhibition experiments were performed for
Van@CMCh microgels against both bacteria strains at 24 h, 48 h, and 72 h incubation
periods. For this, 100 uL of E. coli and S. aureus inoculums at 0.5 McFarland were poured
onto nutrient agar solid growth medium on petri dishes. Then, sterilized 10 mm x 10 mm
spherical-shaped filter papers were placed on the petri dishes. Immediately, 20 uL of
Van@CMCh microgel suspensions at 5 mg/mL were gently placed onto filter papers and
incubated at 35 °C for three days. After the incubation, disks were taken, and the inhibition
zones observed around the disks were measured.
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https:/ /www.mdpi.com/article/10.3390/gels9090708 /51, Figure S1: SEM images of Van@p(CMCh)
microgels at different magnifications; Figure S2: The Calibration curve of Vancomycin (Van) in
phosphate-buffered saline solution at 280 nm; Figure S3: The Van release% from Van@CMCh micro-
gels vs. time plots for related kinetic models; Figure S4: Colony forming units (CFU/mL) of (a) E. coli
and (b) S. aureus strains versus the concentration of the released amount of Van from Van@CMCh
microgels at 24 h incubation time.
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Abstract: Dressing wounds accelerates the re-epithelialization process and changes the inflammatory
environment towards healing. In the current study, a lignocellulose sponge containing pentoxifylline
(PTX)-loaded lecithin/chitosan nanoparticles (LCNs) was developed to enhance the wound healing
rate. Lecithin/chitosan nanoparticles were obtained by the solvent-injection method and charac-
terized in terms of morphology, particle size distribution, and zeta potential. The lignocellulose
hydrogels were functionalized through oxidation/amination and freeze-dried to obtain sponges.
The prepared sponge was then loaded with LCNs/PTX to control drug release. The nanoparticle
containing sponges were characterized using FTIR and SEM analysis. The drug release study from
both nanoparticles and sponges was performed in PBS at 37 °C at different time points. The results
demonstrated that PTX has sustained release from lignocellulose hydrogels. The wound healing was
examined using a standard rat model. The results exhibited that PTX loaded hydrogels could achieve
significantly accelerated and enhanced healing compared to the drug free hydrogels and the normal
saline treatment. Histological examination of the healed skin confirmed the visual observations.
Overall speaking, the in vivo assessment of the developed sponge asserts its suitability as wound
dressing for treatment of chronic skin wounds.

Keywords: modified lignocellulose; pentoxifylline; hydrogels; nanoparticles; rat model; wound dressing

1. Introduction

Design and production of an effective wound dressing capable of improving the
wound healing process is a major biomedical challenge [1-3]. An ideal wound dressing is
required to maintain the wound moisture, protect the wound area from infection and injury,
absorb exudate, and reduce wound pain. Moreover, it should carry wound healing factors
such as growth factors or nitric oxide to enhance the healing process [1,4]. Conventional
wound dressings such as cotton wool, bandage, lint, or gauze do not offer these properties
sufficiently. Recently, modern wound dressings such as hydrogels, cellulose sponges,
and nanofibers have been investigated to improve the wound healing process [5,6]. The
selection of suitable materials is crucial in designing wound dressing since functions and
properties of dressings are mainly determined by the dressing materials. Lignocellulose
(LC), as the naturally most abundant and renewable resource with unique properties such
as excellent mechanical performance, biocompatibility, biodegradability, and multiple
functional group, is a proper material for the development of dressings [7,8]. However, due
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to its relatively poor water solubility, its application in the biomedical field is limited. The
physical and chemical modification of LC is an effective way to improve its physicochemical
and biological properties [9,10]. It was reported that surface modification of cellulose
materials through oxidation and amination can affect the cell adhesion and cellular uptake
due to the favorable electrostatic interaction [11,12]. Moreover, it can produce a hydrogel
with ionic strength-responsive swelling properties capable of controlled drug release after
changing the conditions [13]. Pentoxifylline (PTX), an anti-inflammatory drug, is a synthetic
methyl xantine [14]. It was reported that PTX can increase the wound healing rate by
modulating gene expression of MMP-1, MMP-3, and TIMP-1 in normoglycemic rats [15]. It
can be applied orally or intravenously; however, there are some disadvantages, such as
several side effects related to the gastrointestinal tract and in the central nervous system.
The topical administration of PTX could be an alternative to heal skin disorders; however,
the predominantly hydrophilic nature of the drug makes it difficult for it to penetrate
the skin [16]. Thus, encapsulation of PTX into a colloidal delivery system would offer
reduced side effects, frequency of administration, and increased bioavailability [17]. In the
present study, to control PTX release, it was encapsulated in lecithin/chitosan nanoparticles
(LCNs). It was shown that LCNs are highly effective at delivering therapeutic agents
transdermally [18,19]. LCNs have the synergetic advantages of both lecithin and chitosan,
resulting in increasing the drug retention time at the target site and enhancing penetration
of the drug [20-24]. It was hypothesized that the inclusion of PTX loaded LCNs into
lignocellulose hydrogels can produce a dressing with the ability to control the release
capable of enhancing the wound healing process. In this study, the LC sponge was prepared
by surface modification of LC hydrogels through carboxylation (oxidation) and amination
following by freeze drying and was then filled with PTX loaded LCNs (Figure 1 shows
the schematic illustration of experimental procedures). The physicochemical properties
of the developed nanoparticles and sponge, as well as in vitro drug release and in vivo
wound healing, were investigated to study the suitability of the developed sponge for
wound healing applications. The results reveal that both the LCNs and LC sponge possess a
controlled release of PTX. Moreover, the LC sponge containing PTX-loaded LCNs increased
the rate of wound healing compared to the control group.
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Figure 1. A schematic diagram representing the experimental design.
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2. Results and Discussion

LCNs have great potential for the transdermal delivery of therapeutic agents due
to their ability to encapsulate drugs and sustain release [25]. In the current study, the
LCNs nanoparticles were obtained by the injection of methanolic lecithin dispersion into a
chitosan solution. Positively charged chitosan interacted with negatively charged lecithin
through self-assembly. The content of LCNs and PTX-loaded LCNs and their characteristics,
including size, polydispersity index (PDI), zeta potential and drug entrapment efficiency
(EE), are summarized in Table 1, in which the obtained results are in the range of 259-869 nm,
0.042-0.373,7.43-43.1 mV, and 30-62%, respectively. The low PDI of the nanoparticles indicates
the uniform size distribution in all formulations. The drug release behavior from LCNs with
different chitosan, lecithin, and PTX content during 12 h is plotted in Figure 2. Results show
that at constant PTX and lecithin, the higher concentration of chitosan causes a lower release
rate with a more controlled manner. Formulations with low levels of chitosan and lecithin
(51, S2) show a considerable burst release revealing the disability of the nanoparticle wall to
protect fast release of the highly water soluble PTX. The burst release of PTX may also be
related to the accumulation of the drug on the surface region of the nanoparticles.

Table 1. The amount of chitosan, lecithin, and PTX in the developed nanoparticles, as well as
properties of the developed nanoparticles, including size, polydispersity index, zeta potential, and
drug entrapment efficiency.

Chitosan

Lecithin Zeta Potential

1 o,

Sample No (mg/mL) (mg) PTX (mg) Size (nm) PDI (mv) EE (%)
S1 1 2.5 1 3214 £21.6 0.275 13.1+0.8 35+73
S2 1 2.5 2 259.3 £11 0.042 743 £0.35 47 £ 6.8
S3 1 5 1 329.3 +£25.9 0.188 183 £2.1 30£0.3
S4 1 5 2 508.2 £ 32 0.373 19 +£22 45+12
S5 2 2.5 1 864.6 +33.4 0.121 14.6 £ 05 43 +04
S6 2 2.5 2 306.1 +18.2 0.14 155+ 1.1 41+ 6.5
S7 2 5 1 365.2 £ 28.1 0.059 178+ 1.8 62+0.3
S8 2 5 2 4294 £25.3 0.199 18.3 £ 0.09 45£3.2

A S1 - 52 53 ¥ 54

- 55 S6 8 S7 -+ 58

80
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Figure 2. In vitro release profile of the PTX from different formulations of nanoparticles (the proper-
ties of nanoparticles and their formulations are summarized in Table 1).

A full factorial design was used to optimize the process parameters for encapsulation of
PTX in LCNs. The design parameters are the concentration of chitosan, lecithin, and PTX as
their values are mentioned in Table 1. According to the results of Design Expert Software, the
optimum formulation contained 1.9 mg/mL chitosan, 3.89 mg lecithin, and 1.89 PTX, which
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was predicted to have a particle size of 422.9 nm and drug entrapment of 43.5%. The proposed
formulation was synthesized for the preparation of LC sponges containing LCNs/PTX. The
morphologies of the optimized LCNs/PTX and prepared LC sponge are demonstrated in
Figure 3. As can be seen in higher magnification images, the nanoparticles are entrapped
successfully in the sponge pores. They have a uniform shape with obvious agglomeration.

- signalA=SE1  Date:31 O
EHT=1200kV WD= 8mm  PhotoMo. = 8498 Time 10

EHT =1200kVv ~ WD= 8mm

Signal A = SE1 Date :31 Oct2022
EHT=1200kVv ~ WD= 8mm Photo No. = 8494  Time :9:59:57

Figure 3. SEM micrograph of the LC sponge containing LCNs/PTX at (a) 500x and (b) 5000 and
(c) 20,000X, (LCNs/PTX nanoparticles on the surface of sponge are more visible in the 20,000 x image).
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FTIR spectroscopy analysis was performed to study the possible interaction of LC
hydrogels with nanoparticles and the drug, as well as the effect of modification on the lig-
nocellulose chemical bonds. Figure 4 illustrates the FTIR spectra of PTX, LCNs, unmodified
hydrogels, TEMPO-modified hydrogels, epichlorohydrin (EPI)/ TEMPO-modified hydro-
gels, and EPI/TEMPO modified hydrogels containing LCNs/PTX. In the FTIR spectra of
PTX, peaks at 1700 em~ 1 1718 em ™1, 1548 cm 1, 756 em 1, and 1412 cm ! contribute to the
C-O stretching vibration of the amide bond, the C-O stretching vibration of ketone, the N-H
bending vibration of the amide, the C-N out of plane wagging of the amide, and the C-N
stretching of the amide, respectively [26]. All TEMPO-modified hydrogels, EP1/ TEMPO-
modified hydrogels, and EPI/ TEMPO modified hydrogels containing LCNs/PTX exhibit
a broad absorption peak at 3000-3600 cm ™!, 2900 cm !, 1300-1400 cm ™!, and 1000-1200
cm !, which are attributed to O-H single bond stretching, C-H single bond stretching, O-H
single bond and C-H single bond bending, and C-OH single bond and C-O single bond
asymmetric stretching, respectively [27]. The peak at 1600 cm ! is related to the C-O double
bond stretching of carboxylate groups (COONa and COOCa) [28]. The O-H single bond
peak intensity at 3000—3600 cm ! reduces in EPI/ TEMPO modified hydrogels, while the
C-H single bond peak intensity at 1425 cm~! increases in EPI/ TEMPO modified hydrogels
compared to TEMPO-modified hydrogels and unmodified hydrogels. These results clearly
reveal the formation of covalent bonds between EPI and the hydroxyl groups [29].

1000-1200 3000-3500

1548\ 1%0(71 718
Modified Gel/LCNs/PTX

EP-modified gel

A
o

G

LCNs

i

1000 1500 2000 2500 3000 3500 4000

Wavenumber (1/cm)

Figure 4. FTIR spectra of PTX, LCNs, unmodified hyhdrogels, TEMPO-modified hydrogels,
EPI/TEMPO-modified hydrogels, and EPI/ TEMPO-modified hydrogels containing LCNs/PTX.

Figure 5 depicts the PTX release curves from unmodified hydrogels containing LCNs/PTX
and modified hydrogels containing LCNs/PTX with different LC/nanoparticle ratios. At
a higher concentration of LCNs/PTX, the hydrogels show burst release of approximately
75% in the first 3 h. Among different samples, the LC:LCNs/PTX (1:1) sample with a lower
nanoparticle concentration shows a more sustained release rate such that, in the first 9 h,
75% of the drug was released.
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In numerous studies, PTX was found to facilitate the wound healing process in a
wide variety of pathological conditions, including ulcers in a venous leg, the syndrome of
diabetes, wounds caused by physicochemical factors, and radiation-related injuries [30,31].
Similarly, hydrogel materials exhibited superiority over traditional wound treatment (oint-
ment, etc.) due to their well-known properties of high biocompatibility, biodegradability,
very low immunogenicity, excellent drug delivery (e.g., antibiotics), and ease of use. More
importantly, treatment with the hydrogels led to a preservation of the breathability and
good moistening of the tissue, which is due to the galenics of the gels consisting of wa-
ter [32]. Furthermore, the promotion of re-vascularization, a significant lower infection rate
due to moist wound management, less scarring, and aesthetically better healing results can
be achieved by applying hydrogels in wound treatments [33]. Figure 5 demonstrates the
wound healing process in different groups of NS treatment, PTX solution, LC sponge, and
LC sponge containing LCNs/PTX, on days 3, 7, 14, and 21 after surgery. In all groups, the
wound size reduces because of the body’s natural response and the biological proceeding
of wound healing. Still, on the third and seventh days of the test, the size of the wound in
the LC containing LCNs/PTX nanoparticles is obviously smaller than other groups. The
results of the wound contraction measurement summarized in Figure 6 reveal that the
size contraction from the PTX containing sponge was significantly larger than the other
group on day 7 (p < 0.05). On the 14th and 21st days, wound healing proceeded in the
LCNs/PTX-loaded sponge group with almost the same initial speed; however, the healing
rate of the wound in other groups decreased significantly (p < 0.05). In general, inner-group
statistical comparison between wound size revealed that the wounds in the sponge group
containing PTX significantly increased on days 14, 7, 3, and 21, respectively, 27.83 £ 2.83,
42.39 4 2.99, 83.56 £ 5.03, and 97.44 + 0.85, which was faster than other groups. By compar-
ing the treatments with the developed hydrogels and normal saline, it was concluded that
all the treatments developed in this study increased the wound healing rate compared to
normal saline. Additionally, by comparing the two groups of PTX solution and LC sponge
(without PTX), it can be seen that despite the better effect of PTX, there is no significant
difference between the two groups.

unmodified LC:LCNs/PTX (1:1)
modified LC:LCNs/PTX (1:1)
modified LC:LCNs/PTX (1:2)
modified LC:LCNs/PTX (1:4)

tortow

0

10 20

Release Time (hr)

Figure 5. In vitro release profile of the PTX from unmodified hydrogels containing LCNs/PTX
and modified hydrogels containing LCNs/PTX with different LC:LCNs/PTX ratios. Modified
hydrogels containing lower concentrations of LCNs/PTX revealed a lower release rate compared to
other samples.
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Figure 6. Wound healing process of treated rats with normal saline, free PTX, LC sponge, and LC
sponge containing LCNs/PTX, (a) Photographical images of wound contraction on different days
of control and treated animals. (b) Representation of percentage wound contraction of control and

*: indicates the

treated wounds. Values are expressed as mean + SD for twenty-four animals.
significant differences with NS treatment group and #: indicates the significant differences with LC

sponge containing LCNs/PTX group.

According to the microscopic observations, aseptic conditions were confirmed to
be in all the wounds. As shown in Figure 7, in wounds treated with normal saline, the
inflammatory response was higher than the other treated wounds. Necrotic debris on
the surface of the tissue was almost removed in the wound treated with the LC sponge
containing LCNs/PTX. As observed in H&E staining images, the areas associated with
neovascularization (open lumen vascular structures and endothelial cell clusters) were
greater in the blank group than other groups treated with wound dressings. The reduction
of these areas in LC sponge containing LCNs/PTX wound dressings groups indicates
the completion of the healing process. Other signs of wound healing, in addition to
neovascularization areas visible in this group, include the thickness of the epidermis
layer (E) and the formation of the keratin layer (K) on the epidermis layer, as well as the
presence of skin appendages such as new follicles (N.F) and sebaceous glands (Sc. G) in the
dermis layer. These can be attributed to the role of PTX in facilitating tissue repair and the
wound healing process. PTX activity can be divided into four main categories, including;
(1) PTX can increase the deformation ability of red blood cells (RBCs), while decreasing the
RBCs aggregation and vasoconstriction and has reducing effects on blood viscosity [34].
(2) PTX showed immunological activities that are effective by various mechanisms such
as: inhibiting the activation of T and B lymphocytes, reducing the release of TNF-o from
monocytes, releasing of peroxides from neutrophils, reducing the neutrophil degranulation,
decreasing the leukocytes aggregation/ adhesion, and increasing their deformability and
chemotaxis. PTX also modulates or blocks the inflammatory actions of IL-1 and TNF-o
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on neutrophils and has some effects on other cytokines, such as IL-6, IL-8, VEGF, and
TGF-31 [15,35,36] (3). Effects on platelet aggregation and adhesion [37], and finally (4),
effects on properties of connective tissue and direct wound healing such as decreasing the
levels of fibroblast collagen, fibronectin, and glycosaminoglycans, as well as reducing the
response of fibroblast to IL-1 and TNF-« [38].

Figure 7. Histological changes during the wound-healing process. Histology of the wound tissue of
experimental groups, (al,a2) NS treatment, (b1,b2) PTX solution, (c1,c2) LC sponge and (d1,d2) LC
sponge containing LCNs/PTX. N.E, follicles; Sc. G, sebaceous glands; K, keratin layer; E, epidermis layer.

3. Conclusions

In this study, the EPI/TEMPO modified lignocellulose hydrogels were developed and
filled with LCNs containing PTX to control drug release for wound healing applications.
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Using full factorial design software, an optimized formulation of nanoparticles prepared
from different concentrations of ingredients was suggested based on the results of particle
size, zeta potential, and drug load /release. The prepared nanoparticles were entrapped
successfully in the sponge pores and attached to its pore wall, as is evident from SEM
observation. The drug release study from hydrogels revealed that a lower concentration of
PTX in the hydrogels resulted in more sustained drug release. The results of the wound
healing evaluation in the animal model indicated the higher healing rate by treatment
with sponges containing PTX-loaded LCNs. The developed sponge with control release
behavior has shown the potential to be used in wound treatment applications.

4. Materials and Methods
4.1. Materials

PTX was kindly provided by Amin Pharmaceutical Company (Isfahan, Iran), soy
lecithin (Degussa, GmbH, Freising, Germany), low molecular weight chitosan from Sigma
Company (Saint Louis, MO, US), glacial acetic acid, and all other reagents were purchased
from Merck Chemical Company (Darmstadt, Germany), LC nanofibrils hydrogel was
purchased from Nano Novin Polymer (Gorgan, Iran).

4.2. Preparation of Chitosan Coated Lecithin Nanoparticles

In order to prepare drug-loaded lecithin nanoparticles, the desired amount of the
drug was dissolved in methanol, followed by the dissolution of lecithin in the prepared
drug solution using sonication. The methanol was evaporated using a rotary evaporator to
obtain the PTX-loaded lecithin film. The prepared film was dispersed in 1 mL methanol
using a sonication bath to re-disperse the drug-loaded lecithin films. The chitosan solution
was prepared by dissolving defined amounts of chitosan (Table 1) in 5 mL distilled water
containing 1% acetic acid for 24 h, and the pH was increased to 4.7 by adding NaOH
1M solution. For the preparation of chitosan-coated lecithin nanoparticles (LCNs/PTX),
the methanolic lecithin—PTX solution was added to the chitosan solution under probe
sonication. The blank nanoparticles were prepared using a similar procedure without the
PTX addition. A full factorial design suggested by the Design Expert software (version
10.0.7, US) was used for optimization of the chitosan concentration (A), lecithin amount
(B), and PTX amount (C) as main independent variables. NPs size, zeta potential, loading
efficiency, and release efficiency were studied as dependent variables. The minimum and
maximum levels of each parameter were determined based on preliminary experiments.
The composition of prepared NPs and observed responses are presented in Table 1. Design
Expert software was used to analyze the statistical significance and optimization of the
NPs formulation.

4.3. Particle Size and Zeta Potential Measurement

First, 0.1 mg of prepared nanoparticles was dispersed in 10 mL of deionized water for
30 min in a sonication bath (85 W, 42 kHz), and their particle size, polydispersity index
(PDI), and zeta potential were read using Zetasizer (Zetasizer 3600, Malvern Instrument
Ltd., Worchestershire, UK).

4.4. Entrapment Efficiency

To determine the entrapment efficiency of the nanoparticles, the unentrapped PTX
was measured by centrifuging a suspension of LCNs-PTX nanoparticles in deionized water
at 12,000 rpm. The UV absorbance of the supernatant was read spectrophotometrically at
274 nm. Then, the entrapment efficiency (EE%) was calculated as:

EE % = (Initial drug quantity — Unentrapped quantity of drug)/(Total drug) x 100%.
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4.5. Surface Modification of LC Hydrogels

The surface modification of LC hydrogels was performed through carboxylation (oxi-
dation) and amination according to the previously reported method with some minor modi-
fication [13]. For the oxidation reaction, 3.145 g of LC hydrogels (equal to 0.1 g of dry weight)
was suspended in an 80 mL solution containing 15 mg 2,2,6,6-tetramethylpiperidine-1-oxy
(TEMPO) and 98.87 mg of sodium bromide. Then, 101 uL of sodium hypochlorite was
added to start the oxidation reaction. The pH was kept at 10.5 by adding an appropriate
amount of 1 M sodium hydroxide. The reaction was continued on the stirrer at room tem-
perature and 600 rpm for 4 h. Finally, 2 mL of ethanol was added to the reaction mixture.
The obtained hydrogel was washed with distilled water by centrifugation at 7800 rpm
for 10 min and repeated until the oxidized hydrogel reached the pH of approximately
7. For the amination reaction, a 3.145 g sample of hydrogel was added to the 40 mL of
1 M sodium hydroxide solution and heated with constant stirring to 60 °C. Then, 140 uL
of epichlorohydrin was added and allowed to react with stirring at 600 rpm and 60 °C
for 2 h. The solution was washed with distilled water by centrifugation at 7800 rpm for
approximately 10 min until the pH reached below 12. The precipitated hydrogel was
re-suspended in 40 mL of 0.01 M sodium hydroxide, and the proper amount of ammonium
hydroxide (29.4% w/v) was added to adjust the pH of the solution to 12. The mixture was
then left to stir at 600 rpm and 60 °C for an additional 2 h. The resultant hydrogel was
washed and centrifuged until the pH was reduced to 7 and stored at 4 °C.

4.6. Preparation of LC Sponge Containing Drug Loaded Nanoparticles

The cationic and anionic forms of the surface modified nanofibers were added together
in equal amounts to obtain the cross-linked form hydrogel. To load nanoparticles in the
prepared hydrogel, 2 mg of nanoparticles were dispersed in 1 mL of deionized water and
mixed evenly with different amounts of the prepared hydrogels (0.5, 1, and 2 g). The
mixtures were then frozen overnight and freeze dried for 48 h to obtain nanocomposite
sponges. For comparison purposes, LCNs and LCNs/PTX nanoparticles were also added
to 2 g of non-modified hydrogel and freeze dried in a similar manner to assess the effect of
cross-linking on the release profile of drug.

4.7. Fourier Transform Infrared Spectroscopy

All samples including LCNs/PTX nanoparticles and sponges were ground well with
potassium bromide and made into pellets. The spectra of samples were recorded using
a FTIR spectrometer (JASCO model FT/IR 6300FV, Tokyo, Japan) in the 350-4000-cm !

region.

4.8. SEM Observation

The morphologies of LCNs/PTX nanoparticles and dried hydrogels were studied
using field emission scanning electron microscopy (FESEM-SEM Hitachi F41100, Japan) at
an acceleration voltage of 20 kV.

4.9. In Vitro Drug Release Studies

Drug release studies were carried out using the dialysis technique, in which 0.5 mL
of the drug/nanoparticles dispersion or 1.5-2 g sponge were placed inside a dialysis bag,
sealed, and submerged in release media (19.5 mL of phosphate buffer saline solution
and Tween 80 at pH 7.4) while stirred at 200 rpm. Through the dialysis membrane, the
released drug diffused to the outer release media, from where the samples were taken for
further analysis. To measure the amount of drug released, 1 mL of the release medium was
centrifuged for 5 min at 12,000 rpm and UV-spectrophotometrically examined at 274 nm,
and returned to the test media. The studies were repeated three times, and the results were
reported as mean =+ standard deviation.
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4.10. In Vivo Wound Healing Studies

All experimental procedures were in accordance with approved guidelines of the
Animal Committee of Isfahan University of Medical sciences, Iran (ethical code No.:
IR MULRESEARCH.REC.1397.267). A full-thickness excisional wound model was used to
evaluate the wound healing ability of the prepared hydrogels. Twenty-four healthy adult
male Wistar rats (8-10 months old, weighing 220-250 g) were obtained from the animal lab
of the Department of Pharmaceutics, Isfahan University of Medical Sciences. The animals
were kept at a controlled ad libitum condition of 22 £ 2 °C and 50-60% humidity. Then,
the rats were randomly divided into four groups (6 rats in each group), including blank
group, PTX group, PTX free sponge, PTX loaded sponge. The animals were anesthetized
by intraperitoneal injection of 10 mg/kg xylazine and 80 mg/kg ketamine, then their
backs were shaved, and an approximate 3 cm midline incision was made in the skin and
subcutaneous tissue. The wound in blank group was treated with 1 mL of normal saline.
In other groups the content of PTX was set to be 1.5 mg. The wound was covered with a
gauze dressing and the dressing was changed every day.

4.10.1. Macroscopic Observation of the Wound-Healing Process

After 3, 7, 14, and 21 days of wound creation, the healing progress was recorded
using a digital camera. The rate of wound closure and reduction in the wound size were
determined by measuring wound area using an image analyzing program. The wound
closure was calculated as:

Wound closure (%) = [1 — (open wound area/initial wound area)] x 100

After the study period, the animals were sacrificed and skin tissue samples were
removed surgically for histological evaluation.

4.10.2. Histological Examination

On day 21 post-treatment, the treated excision wounds were immediately fixed in 10%
formaldehyde, dehydrated with ethanol (70%), and then were embedded in paraffin blocks.
The blocks were sectioned into 5 um slides and stained with hematoxylin-eosin (H&E) to
study the best stage of healing. Stained samples were examined under a light microscope
(Olympus CX 21, Tokyo, Japan), and a digital camera was used to take the photo image
from stained slides.

4.11. Statistical Analysis

The data were presented as mean and standard deviation. The results were statistically
analyzed by IBM SPSS Statistics 26 Software using a one-way ANOVA test. In all of the
evaluations, p < 0.05 was considered statistically significant.
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Abstract: Polyglycerol dendrimers (PGD) exhibit unique properties such as drug delivery, drug
solubilization, bioimaging, and diagnostics. In this study, PGD hydrogels were prepared and evalu-
ated as devices for controlled drug release with good solubilization properties. The PGD hydrogels
were prepared by crosslinking using ethylene glycol diglycidylether (EGDGE). The concentrations
of EGDGE and PGDs were varied. The hydrogels were swellable in ethanol for loading paclitaxel
(PTX). The amount of PTX in the hydrogels increased with the swelling ratio, which is proportional
to EGDGE/OH ratio, meaning that heterogeneous crosslinking of PGD made high dense region of
PGD molecules in the matrix. The hydrogels remained transparent after loading PTX and standing in
water for one day, indicating that PTX was dispersed in the hydrogels without any crystallization
in water. The results of FTIR imaging of the PTX-loaded PGD hydrogels revealed good dispersion
of PTX in the hydrogel matrix. Sixty percent of the loaded PTX was released in a sink condition
within 90 min, suggesting that the solubilized PTX would be useful for controlled release without
any precipitation. Polyglycerol dendrimer hydrogels are expected to be applicable for rapid release
of poorly water-soluble drugs, e.g., for oral administration.

Keywords: polyglycerols; dendrimers; hydrogels; paclitaxel; release; solubilization; FTIR
imaging; hydrotrope

1. Introduction

Dendritic glycerol is a glycerol molecule with a branched chemical structure similar
to those of polyglycerol dendrimer (PGD) (Figure 1a) and hyperbranched polyglycerol
(HPG) (Figure 1b). Dendritic glycerol consists of a polyether structure, similar to the highly
biocompatible polyethylene glycol (PEG), as the backbone with a branched structure, and
has many hydroxyl groups at the ends [1-3]. In addition to its high water solubility and
biocompatibility, it has advantages such as higher thermal stability compared to PEG [4].
One reason for using PGDs in bio-applications is that the single molecular weight and
monodisperse nature of PGDs with perfect degree of branching (DB) make them suitable
for targeted modification of molecular ends. In addition, the ability to precisely control
the molecular weight allows for a detailed examination of the effects of molecular weight,
molecular size, and number of end groups on the system. Hyperbranched polyglycerol
is easy to synthesize and can generate high-molecular-weight polymers in a single step,
which is difficult with the stepwise organic synthesis that is required for PGD. To date,
PGDs and HPGs have been used as nanocapsules for drug delivery [5,6], dispersions of
metal ions using host—guest interactions [7], protein adsorption inhibitory surfaces [8-12],
hydrogels [13-17], human serum albumin substitutes [18], organ preservation solutions [19],
and solvents for poorly water soluble drugs as hydrotropes [20-26].
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Figure 1. Representative structure of (a) PGD and (b) HPG; OH groups in the dotted circles constructs
liner parts, resulting in decreasing DB.

Hydrogels are composed of a three-dimensional polymer network formed by cross-
linked hydrophilic polymer chains. They are insoluble in water and can hold a large amount
of internal water [27,28]. The preparation of hydrogels using HPG has been reported by
Oudshoorn et al. The gelation is carried out using potassium persulfate as a radical
injtiator [13]. Other crosslinking methods include enzymatic catalysis [14] and biomimetic
mineralization [15]. The expected advantages of HPG hydrogels are that the low viscosity
of HPG in water enables the preparation of hydrogels with high polymer concentrations
and controlled mechanical properties [29]. Hyperbranched polyglycerol hydrogels have
reportedly been used as bioinks for microfabrication [30], scaffolds for living cells [14,31,32],
and drug delivery systems for poorly-water-soluble drugs and proteins [33]. However,
PGD-crosslinked hydrogels have not been reported so far.

We have shown that PGDs are a hydrotrope for paclitaxel (PTX; 53,20-Epoxy-1,2«,4,7f3,
13a-hexahydroxytax-11-en-9-one4,10-diacetate2-benzoatel3-ester with (2R,35)-N-benzoyl-
3-phenyllisoserine, molecular formula C47H5;NO14, corresponding to molecular weight
of 853.91 Da). Paclitaxel is a well-known anti-tumor agent with poor water solubility
(0.6 = 0.08 nug/mL [34]), so that it is clinically formulated in a mixture composed of 1:1
blend of Cremophor EL (polyethoxylated castor oil) and ethanol [35]. Paclitaxel promotes
the assembly of microtubles, resulting in cancer cells death via protecting from the disas-
sembly of microtubules induced by cold or calcium treatment [36]. Polyethylene glycol 400
(PEG400), which is known as a co-solvent for dissolving PTX at high concentration, requires
about 50 wt% to dissolve 0.1 mg/mL of PTX, while about 10 wt% is sufficient for PGD [20].
Furthermore, precipitation occurs upon dilution, suggesting that PGD does not incorporate
PTX but functions as a “hydrotropic” molecule that dissolves PTX by interacting with the
surrounding PTX molecules. In order to apply this dissolution property, the dissolved
PTX release must be controlled. In the present study, PGD-crosslinked hydrogels were
prepared by using ethylene glycol diglycidylether (EGDGE). If the local concentration
of PGDs can be increased by chemical crosslinking, the solubility of PTX is expected to
increase. Crosslinking conditions such as the solvent and concentration were varied, and
the obtained hydrogels were evaluated in terms of swelling, PTX loading, dissolution state
of PTX, and release of PTX.

2. Results and Discussion

Polyglycerol dendrimer of generation 3 (PGD-G3)was crosslinked by reaction with
EGDGE (Figure 2). It is well-known that hydroxyl groups in water-soluble polysaccharides
can be modified by glycidyl ethers in NaOH aqueous solution [37] and in DMSO in the
presence of appropriate catalysts such as DMAP [38]. Since PGD-G3 has many hydroxyl
groups, these methods are applicable to the preparation of crosslinked PGD-G3 hydrogels.
As shown in Table 1, the concentrations of EGDGE and PGD-G3 were varied. Since the
solubility of EGDGE in 1 M NaOH solution is limited, additional 1 M NaOH was added
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to the reaction mixture when the ratio of EGDGE and hydroxyl groups of PGD-G3 was
increased. This results in decreasing the final concentration of PGD-G3. The swelling ratio
in water increased with increasing concentration of EGDGE and decreasing concentration
of PGD-G3. All the hydrogels prepared in 1 M NaOH reached their equilibrium swelling
at around 10 h (Figure 3). When both DMSO and DMAP were used for gel preparation,
the concentrations of EGDGE and PGD-G3 both increased, and the swelling ratio for G3-
EG(DMSO0)0.75 was the lowest among all samples. All the hydrogels were stiff, except for
G3-EG(NaOH)0.75, which could not maintain a disc shape. Taking the largest swelling
ratio of G3-EG(NaOH)0.75 into account, the crosslinking condition for G3-EG(NaOH)0.75
induced partially intramolecular crosslinking of PGD-G3 molecules. The hydrogels were

also swellable in ethanol, which allows loading of PTX.

O

I e EGDGE
Ho | 5. O/"I' 6
o e M NaOH

O or
: DMSO/DMAP

Figure 2. Synthetic scheme of PGD-G3 hydrogels using EGDGE as crosslinking agent

(G3-EG hydrogels).

Table 1. Preparation conditions and swelling properties of PGD-G3 hydrogels.

Conc. of EGDGE Conc. of EGDGE/OH Swelling Ratio (q)
Sample Code o
(mmol/mL) PGD-G3 (wt. %) Groups In Water In Ethanol
G3-EG(NaOH)0.15 0.682 32 0.15 5.39 1.16
G3-EG(NaOH)0.5 1.261 18 0.5 9.12 -
G3-EG(NaOH)0.75 1.215 11 0.75 36.20 428
G3-EG(DMS0)0.75 3.035 30 0.75 1.94 -
G3-EG(NaOH)1.0 1.621 11 1.0 11.39 3.83
40 -
35 A A A
e
e
=30+ g = G3-EG(NaOH)0.15
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Figure 3. Swelling behavior of G3-EG hydrogels in water at 25 °C: black: G3-EG(NaOH)0.15, red: G3-
RG(NaOH)0.15, blue: G3-EG(NaOH)0.75, green: G3-EG(NaOH)1.0. Detailed preparation conditions

of each hydrogel are summarized in Table 1 (mean + S.E.M., n = 3).
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In order to compare the influence of the generation of PGD, PGD-G4 hydrogels were
prepared in a similar manner in NaOH (Table 2). The swelling ratio for each hydrogel was
slightly smaller than that for each G3-EG hydrogel, even with similar concentrations of
EGDGE and PGDs. This may be due to the denser network of hydroxyl groups that can act
as a more hyperbranched structure on the nanoscale than those in PGD-G3. However, the
tendency of swelling for PGD-G3 and PGD-G4 was the same.

Table 2. Preparation conditions and swelling properties of PGD-G4 hydrogels.

Conc. of EGDGE Conc. of EGDGE/OH Swelling Ratio (q)
Sample Code o
(mmol/mL) PGD-G4 (wt. %) Groups In Water In Ethanol
G4-EG(NaOH)0.15 0.658 32 0.15 4.68 1.36
G4-EG(NaOH)0.5 1.217 18 0.5 741 2.05
G4-EG(NaOH)0.75 1.171 11 0.75 37.44 2.45
G4-EG(NaOH)1.0 1.564 11 1.0 9.95 2.14

Figure 4 shows the PTX amount loaded into hydrogels as a function of the swelling
ratio in water. The PTX amount is proportional to the swelling ratio (except for G3-
EG(NaOH)0.75 and G4-EG(NaOH)0.75 in Tables 1 and 2), indicating that the dissolved
PTX was entrapped in the spaces between the crosslinks in the swollen hydrogel. In other
words, heterogeneous crosslinking of PGD made a high-density region of PGD molecules
in the matrix, and this region is likely to act as a hydrotrope. To confirm the PTX solubility,
a small amount of water was added to the G4-EG(NaOH)1.0 hydrogel after loading PTX to
reach maximum swelling, and the gel was left to stand for one day. The hydrogel remained
transparent although its shape collapsed (Figure 5), indicating that PTX was dispersed in
the hydrogels without any crystallization in water.

0.65
__0.60]
C 0.55]
20.50 -
£ 0.45
>0.40-
5 0.35
Eo.so-
5 0-25
& 0.20
0.15
.10 +——7———

4 5 6 7 8 9 10 11 12

Swelling ratio (q)

® G3-EG gel
O G4-EG gel

Figure 4. PTX solubility, determined by HPLC, per 1 g dried hydrogels (G3-EG(NaOH)0.5, G3-
EG(NaOH)1.0, G4-EG(NaOH)0.15, G4-EG(NaOH)0.5, and G4-EG(NaOH)1.0) as a function of swelling
ratio in water.
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(a) (b)

Figure 5. Photographs of (a) PTX-loaded dried G4-EG(NaOH)1.0 hydrogel and (b) swollen PTX-
loaded G4-EG(NaOH)1.0 hydrogel. A small amount of water was added to G4-EG(NaOH)1.0
hydrogel after loading PTX, and the hydrogel was left to stand for one day.

In order to check the degree of PTX dispersion, FTIR imaging was performed using
the PTX-loaded dried G4-EG(NaOH)1.0 hydrogel. Typical FTIR spectra of PTX-rich and
PTX-poor regions are shown in Figure 6a. Bands due to hydroxyl groups were observed
from 3000 to 3500 cm ™! in both cases with the same absorbance (data not shown), which
is consistent with a previous report on polyglycerol-based hydrogels [39]. However, the
absorbance at 1700 to 1730 cm ™! increased in the PTX-rich region (see red circle in Figure 6a),
suggesting the presence of carbonyl groups of PTX in the PTX-rich region. Based on these
results, the absorbance values around 3000-3500 cm ! and 1700-1730 cm ™! were adopted
for 2D imaging of the PGD matrix and PTX distribution for 0.1 mm-thick gels (Figure 6b).
As shown in Figure 6¢, hydroxyl groups of PGD were not homogeneously distributed in the
measured area, suggesting heterogeneous crosslinking by EGDGE. Interestingly, carbonyl
groups of PTX were likely to be located in the PGD-rich region (Figure 6d). These results
indicated that PTX was dispersed in the gel matrix, and it was assumed that PGD and PTX
molecules interacted in the hydrogel and remained in a dissolved state.

Finally, PTX release from the PTX-loaded G4-EG(NaOH)1.0 hydrogel was evaluated
in vitro. Approximately 60% of PTX was released in 90-150 min (Figure 7). Since PTX
normally takes 1-2 days to be released when distributed and retained in the hydrophobic
domain of micelles such as PEG-PLA block copolymers [40], these results suggest that the
rapid release was governed by hydrotropic dissolution based on intermolecular interactions
between PTX and the crosslinked PGD molecules. Under the release experimental condi-
tions, PTX precipitation was not observed, and the hydrogel remained transparent even
after 700 min. From this result, it is suggested that the remained PTX in the hydrogel (ap-
proximately 40%) was still solubilized in the hydrogel and entrapped in the G4-crosslinked
matrix. The calculated amount of the released PTX at 150 min was 5.5 pg/mL, the concen-
tration of which is reported to decrease cell viability to less than 40% using PTX-loaded
nanoparticles against MCF-7 cells [41]. From these results and reports, the release of PTX
can be achieved at the therapeutic level in vitro. We think that the PTX-loaded G4-EG
or G3-EG hydrogels can be fabricated to nanogels by further chemical modification of
OH-groups in combination with “click” chemistry [42] or the miniemulsion technique [43].
Such nanogels could be applicable for effective oral chemotherapy [41].
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Figure 6. (a) Typical FTIR spectra of PTX-loaded dried G4-EG(NaOH)1.0 hydrogel (green line: PTX-
rich region; blue line: PTX-poor region), (b) micrograph of PTX-loaded dried G4-EG(NaOH)1.0
hydrogel, (c) FTIR image of PTX-loaded dried G4-EG(NaOH)1.0 hydrogel using absorbance
around 3000-3500 cm ! (hydroxyl groups of PGD matrix), (d) FTIR image of PTX-loaded dried
G4-EG(NaOH)1.0 hydrogel using absorbance around 1700-1730 cm ™! (carbonyl groups of PTX).
Measurement area: 600 x 600 um.
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Figure 7. Cumulative release profiles for PTX loaded in G4-EG(NaOH)0.75 hydrogel. N,N-
Diethylnicotinamide (1.5 M in PBS, pH 7.4) solution was used as the release medium to maintain an

infinite sink condition. Samples were taken at predetermined time intervals and assayed for PTX by
isocratic reverse-phase HPLC (mean 4+ S.E.M., n = 3).
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3. Conclusions

Polyglycerol dendrimers crosslinked by reacting with EGDGE exhibited an increased
local concentration in the gel matrix, and PTX was successfully loaded into the hydrogels.
The amount of loaded PTX was proportional to the swelling ratio of the hydrogels, re-
gardless of the generation of PGD (G3 and G4). Fourier-transform infrared spectroscopic
imaging of the PTX-loaded PGD hydrogels proved that PTX was retained and distributed
in the hydrogel matrix after loading based on hydrotropic solubilization. Sixty percent
of PTX was released in a few hours without recrystallization in the sink state, which is
expected to be applicable for rapid release of PTX, e.g., for oral administration.

4. Materials and Methods
4.1. Materials

1,1,1-Tris(hydroxymethyl)propane (TMP) and dimethylaminopyridine (DMAP) were
purchased from FUJIFILM Wako Pure Chemical Corporation (Osaka, Japan). Allyl chloride,
N-methylmorpholine N-oxide (NMO), 50 wt.% sodium hydroxide solution, and paclitaxel
(PTX) were purchased from Sigma-Aldrich (Tokyo, Japan). Tetrabutylammonium bromide,
OsOy4 (4% in water), and ethylene glycol diglycidylether (EGDGE) were purchased from
Tokyo Chemical Industry Co., Ltd. (Tokyo, Japan). Generation 3 and 4 PGDs (PGD-G3:
M, = 1689, m/z 1712 [M + Na]*, calculated by MALDI-TOF-MS spectrometry (Voyager
2000, AB SCIEX); PGD-G4: M,, = 3508, m/z 3491 [M-H,O]) were prepared as described in
previous papers [25,44].

4.2. Preparation of PGD Hydrogels Crosslinked by Ethylene Glycol Diglycidyl Ether (EGDGE)

PGD-G3 and G4 hydrogels using EGDGE as a crosslinking agent (G3-EG and G4-EG
hydrogels) were prepared by the following methods.

4.2.1. PGD-G3 Hydrogels Prepared in NaOH Aqueous Solution [G3-EG(NaOH)]

PGD-G3 hydrogels were prepared by crosslinking using EGDGE in 1 M NaOH aque-
ous solutions at 60 °C overnight in a sample bottle (molding size: 14 x 3.5 mm). The
detailed conditions and swelling properties are summarized in Table 1 and Figure 3. The
number following (NaOH) in the sample code refers to the ratio of EGDGE and hydroxyl
groups in one PGD-G3 molecule.

The swelling ratio was calculated by the following equation:

Swelling ratio (q) = Ws/Wy
where W is the weight of swollen hydrogel and Wy is the weight of the dried hydrogel.

4.2.2. PGD-G3 Hydrogels Prepared in DMSO [G3-EG(DMSO)]

PGD-G3 hydrogels were prepared by crosslinking using EGDGE in DMSO in the
presence of dimethylaminopyridine (DMAP) as a catalyst at 60 °C overnight. The detailed
conditions and swelling properties are summarized in Table 1. The number following
(DMSO) in the sample code refers to the ratio of EGDGE and hydroxyl groups in one
PGD-G3 molecule. The swelling ratio was calculated by the method described above.

4.2.3. PGD-G4 Hydrogels Prepared in NaOH Aqueous Solution [G4-EG(NaOH)]

In a similar manner to G3-EG hydrogels, PGD-G4 hydrogels using EGDGE as
a crosslinking agent (G4-EG hydrogels) were prepared. The detailed conditions and
swelling properties are summarized in Table 2.

4.3. PTX Loading of G3-EG and G4 Hydrogels

Each dried hydrogel was weighed to obtain the initial weight of the gel. PTX was
dissolved in EtOH (1 mg/mL), and the hydrogels were placed in an EtOH solution of
PTX for 2 days to allow the gels to reach swelling equilibrium. After two days, the gels

85



Gels 2022, 8, 614

References

were withdrawn from the PTX solution and stored in an oven (37 °C) until dry. After
drying, acetonitrile was added to the gel to extract trapped PTX. The extraction % of PTX
was more than 98% (9.0 ug/mL), because acetonitrile is a good solvent for PTX [45]. The
PTX concentration was then measured using high-performance liquid chromatography
(HPLC) (Agilent 1100 series) using a Symmetry column (Waters, Milford, MA, USA) at
25 °C. The mobile phase consisted of acetonitrile-water (45:55, v/v) with a flow rate of
1.0 mL/min. A diode array detector was used with a detection wavelength of 227 nm. The
PTX concentrations in the samples were obtained from a calibration curve.

4.4. FTIR Imaging

The dried G4-EG(NaOH)1.0 hydrogel was sliced into samples with a thickness of about
0.1 mm. The sliced sample was placed on the sample holder of a multichannel infrared
microscope system (FTIR-6200 with IMV-4000, JASCO, Tokyo, Japan). FTIR imaging was
performed under the following conditions:

Objective focusing mirror magnification: x16

Number of measurement points: 48 x 48
Measurement region: 1 point 12.5 x 12.5 pm (48 x 12.5 =600 x 600 pm)

Number of integrations: 16

Resolution: 8 cm ™!

4.5. PTX Release from G4-EG Hydrogels

The PTX-loaded G4-EG(NaOH)1.0 hydrogel was immersed in an aqueous solution.
N,N-Diethylnicotinamide (1.5 M in PBS, pH 7.4) solution was used as the release medium
to maintain an infinite sink without requiring simulated flow conditions [46]. Samples
were taken at predetermined time intervals and assayed for PTX by isocratic reverse-phase
HPLC (see Section 4.3).
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Abstract: Topical and transdermal drug delivery are advantageous administration routes, especially
when treating diseases and conditions with a skin etiology. Nevertheless, conventional dosage forms
often lead to low therapeutic efficacy, safety issues, and patient noncompliance. To tackle these
issues, novel topical and transdermal platforms involving nanotechnology have been developed.
This review focuses on the latest advances regarding the development of nanoemulgels for skin
application, encapsulating a wide variety of molecules, including already marketed drugs (micona-
zole, ketoconazole, fusidic acid, imiquimod, meloxicam), repurposed marketed drugs (atorvastatin,
omeprazole, leflunomide), natural-derived compounds (eucalyptol, naringenin, thymoquinone, cur-
cumin, chrysin, brucine, capsaicin), and other synthetic molecules (ebselen, tocotrienols, retinyl
palmitate), for wound healing, skin and skin appendage infections, skin inflammatory diseases,
skin cancer, neuropathy, or anti-aging purposes. Developed formulations revealed adequate droplet
size, PDI, viscosity, spreadability, pH, stability, drug release, and drug permeation and/or retention
capacity, having more advantageous characteristics than current marketed formulations. In vitro
and/or in vivo studies established the safety and efficacy of the developed formulations, confirming
their therapeutic potential, and making them promising platforms for the replacement of current
therapies, or as possible adjuvant treatments, which might someday effectively reach the market to
help fight highly incident skin or systemic diseases and conditions.
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1. Introduction
1.1. The Skin: Properties and Advantages and Limitations as a Drug Delivery Route

The skin consists of three primary layers: the epidermis, the dermis, and the hypo-
dermis [1-3]. The epidermis, the outermost layer, is divided into several sublayers, with
the deepest layer being known as the stratum basale (also called the basal layer). This layer
contains rapidly dividing basal cells that continually undergo mitosis to replace the cells
lost from the skin’s surface. As these basal cells divide and mature, they gradually move
upwards toward the skin’s surface [4,5]. Above the stratum basale lies the stratum spinosum,
which provides strength and support to the epidermis. The cells in this layer have spiny
projections that interlock with neighboring cells, enhancing tissue integrity [6,7]. Further
up is the stratum granulosum, where the cells begin to produce large amounts of keratin
and other proteins. As these cells mature, they form flattened, granular layers, preparing

Gels 2024, 10, 45. https:/ /doi.org/10.3390/ gels10010045 89 https:/ /www.mdpi.com/journal/gels



Gels 2024, 10, 45

to become the outermost protective barrier of the skin [7,8]. Finally, we have the stratum
corneum, the outermost layer of the epidermis. This layer is composed of tough, flattened,
and fully keratinized cells known as corneocytes. These corneocytes are continuously shed
and replaced by new cells from the lower layers. The stratum corneum acts as a formidable
barrier, preventing the entry of pathogens and chemicals, and excessive water loss [9-11].
Beneath the epidermis lies the dermis, a thicker and more complex layer of the skin, pri-
marily composed of connective tissue, which includes collagen and elastic fibers, providing
structural support and elasticity to the skin. The dermis houses blood vessels, nerves,
hair follicles, sebaceous glands, and sweat glands. It also contains sensory receptors and
specialized cells like Merkel cells, responsible for detecting touch and pressure [12-14].
Lastly, the hypodermis, or subcutaneous tissue, forms the deepest layer of the skin. It is
mainly composed of adipose tissue (fat) that acts as an insulator and cushion, regulating
body temperature and providing protection to underlying organs and structures [15,16].

Several factors can affect the properties of the skin. Environmental factors such as
ultraviolet (UV) radiation from the sun can cause skin damage, premature aging, and
increase the risk of skin cancer. Pollution, chemicals, and harsh weather conditions can also
impact the skin’s health and appearance [17-19]. Additionally, lifestyle choices, such as
diet, smoking, and alcohol consumption, can also influence the skin’s elasticity and overall
health. Hormonal changes, stress, and certain medical conditions may also lead to skin
issues, which can consequently evolve into pathological conditions, such as acne, eczema,
and psoriasis, among others [20-23]. Understanding the intricate organization of the skin’s
layers and their functions is essential for maintaining healthy skin. Proper care, protection
from harmful environmental factors, and a balanced lifestyle can contribute to the overall
health and well-being of this remarkable organ [24,25].

Furthermore, the fact that the skin, as the body’s largest external organ, serves as a pro-
tective barrier against various external factors, makes drug delivery on or through the skin
a significant challenge, since the skin exhibits a very low or even nonexistent permeability
to most drug molecules [26-28]. Factors such as stratum corneum composition, hydration,
anatomical site, and individual variations contribute to the overall high complexity of
skin drug permeation, and the understanding of the skin’s characteristics is essential for
optimum drug delivery, in both topical and transdermal administration [24,29,30].

Transdermal and topical drug administration are both methods of delivering medica-
tions to the body through the skin. However, there are some key differences between the
two [31,32]. Transdermal application refers to the delivery of medications through the skin,
and into the bloodstream, allowing active ingredients to have systemic effects since they
are meant to be distributed throughout the body. Hence, the formulation is designed to
penetrate the skin’s surface and reach the bloodstream [33,34]. It is commonly used for med-
ications that require slow, continuous release into the bloodstream over an extended period
of time, and often used for systemic conditions such as hormone replacement therapy, pain
management, or nicotine replacement therapy, among other applications [35-37]. Drugs
are usually delivered through patches, gels, or creams, specifically designed to facilitate
absorption through the skin and controlled release into the bloodstream [38—41]. On the
other hand, topical administration involves applying medications directly to the skin’s
surface to exert local effects on the area of application. In this case, the drug is meant to stay
primarily at the site of application and will probably not be designed to penetrate deeply
into the skin’s layers and reach the bloodstream [42—44]. Hence, this administration route
is typically used for localized conditions, such as skin infections, rashes, inflammation, and
other skin-related issues [45—47]. Formulations are designed to target specific areas without
affecting the entire body, and come in various forms, including creams, ointments, lotions,
sprays, and foams, depending on the intended application [48-50].

Nevertheless, although topical and transdermal drug delivery have gained significant
interest due to their numerous advantages, including noninvasiveness, easy administration,
and possibility of a localized therapy, conventional pharmaceutical forms often lack an
answer to the many challenges that drug delivery on or through the skin presents, such as
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drug permeation and/or retention, drug metabolism by the skin’s enzymes, or effective sol-
ubilization of hydrophobic drugs [33,51-53]. Here, novel approaches using nanotechnology
for drug encapsulation and delivery can be the answer.

1.2. Nanotechnology for Efficient Skin Drug Delivery: A Special Focus on Nanoemulsions and
Nanoemulgels

Nanosystems are generally characterized as being structures in the nanosize range
which are capable of encapsulating drug molecules for improved drug delivery. Several
different types of nanosystems have been developed over the years, each with their own
specific composition and characteristics (Figure 1) [54-57].
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Figure 1. Schematic representation of common nanosystem categories for skin drug delivery (pro-
duced with Biorender).

Nanoparticles (NPs) are the most common general type of nanosystems, with the term
typically referring to particles within the size range of 1 to 100 nm [58,59]. Their adjustable
physicochemical properties, such as size, shape, and surface characteristics, contribute
to tailored and improved physiological performance, when compared to conventional
pharmaceutical forms, generally leading to more effective treatment and minimization
of the side effects [60-63]. NPs also hold significant potential for targeted delivery of
active ingredients to specific locations, in contrast to conventional formulations which
usually require the administration of larger quantities of active ingredients in order to reach
a therapeutically effective response, and often fail to target the desired area of interest,
resulting in an extensive and potentially harmful penetration of the drugs into healthy
tissues, hence causing systemic side effects [60,64,65]. Key considerations include these
particles’ size and structure, which is essential to optimize their performance and minimize
potential harm, with surface modification by different types of substances, such as polymers
and other molecules, being important in what concerns stability, specificity, and therapeutic
effectiveness [66—68]. NPs can be divided into various subcategories, including organic
and inorganic nanocarriers [69-71].

Inorganic NPs include mesoporous silica nanoparticles (MSNs), which are nanoscale
structures composed of silica, with large surface areas and well-defined pores. Their
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ordered porous structure, with uniform pore sizes ranging from 2 to 50 nm, allows for
efficient encapsulation and controlled release of active substances [72,73]. The large surface
area of MSN’s provides a space for active ingredient loading, leading to high drug-loading
capacity and enhanced therapeutic efficacy, but despite these advantages, MSN synthesis
requires precise control over particle size, pore site, and surface chemistry, which can
be complex and time-consuming [74-76]. Carbon nanotubes (CNTs) are another type of
inorganic nanocarrier, being cylindrical structures composed of carbon atoms arranged in
hexagonal lattice, producing a large surface area that offers significant loading capacity for
efficient encapsulation of therapeutic agents [77,78]. They possess unique advantages, such
as high mechanical strength, exceptional electrical conductivity, thermal stability, protection
of incorporated substances from degradation, controlled release capacity, and targeting
ability [79-81]. These properties, combined with their nanoscale dimensions, make CNTs
attractive candidates for therapeutic applications. Nevertheless, they have quite significant
disadvantages, especially their poor water solubility and potential for toxicity [82-84].
Given the potential toxicity of inorganic nanoparticles, among other disadvantages, organic
nanocarriers have been preferred for various applications [85,86].

There are many types of organic nanocarriers, all having in common high biocompati-
bility with the human body, an essential criterion for drug delivery in order to minimize
toxicity and side effects [87,88]. Liposomes, the first to be developed, and also the first to
effectively reach the pharmaceutical market, are spherical nanocarriers with single (small
or large unilamellar vesicles) or multiple (multilamellar vesicles) bilayered membranes,
formed of natural or synthetic lipids, which enclose an aqueous core [8§9-92]. They have
showed a number of advantages compared to conventional systems, including enhanced
drug delivery, drug protection from degradation, improved bioavailability, and even pro-
longed half-life in the blood circulation when functionalized with specific polymers (such
as polyethylene glycol (PEG)) on their surface (stealth or PEGylated liposomes) [82,93,94].
On the other hand, solid lipid nanoparticles (SLNs) are formed by dispersing melted
solid lipids in water, while emulsifiers are employed to stabilize the dispersion. These
nanocarriers provide a lipophilic lipid matrix that facilitates the dispersion or dissolution
of lipophilic drugs, providing controlled drug delivery, biocompatibility, high drug pay-
load, and improved bioavailability of poorly water-soluble drugs [82,95,96]. Nevertheless,
some important disadvantages of SLNs reside in their inability to encapsulate hydrophilic
drug molecules, and stability issues have been reported, including burst release of the
drugs during storage [97,98]. Another relevant nanocarrier subcategory is the polymeric
micelles (PMs), self-assembled nanostructures formed by amphiphilic block copolymers
in aqueous solutions. These nanosystems consist of a hydrophobic core, inside which
hydrophobic drugs can be encapsulated, and a hydrophilic shell, stabilizing the micelle,
which is made possible by the unique structure of block copolymers. These structures
can also be surface-functionalized with targeting ligands to achieve specific delivery to
target cells or tissues [99-101]. On the other hand, also composed of polymers, polymeric
nanoparticles (PNPs) are nanocarriers that are fabricated using biocompatible polymers,
typically poly (lactic-co-glycolic acid) (PLGA), PEG, chitosan, or polycaprolactone (PCL),
amongst others. PNPs have the ability to encapsulate and protect various types of drugs
including small molecules, proteins, peptides, and nucleic acids. The encapsulation also
improves their stability, and controls their release kinetics, which allows for sustained or
targeted drug delivery [102-104]. However, both PMs and PNPs have been reported to
exhibit toxicity, slow clearance, formulation instability issues due to aggregation, and low
drug-loading capacity [102,105,106].

Additionally, all mentioned nanocarrier types have complex preparation methods,
which are time-consuming, costly, and often lead to scale-up issues, while also many times
not being environment-friendly due to the use of organic solvents and the need for high
energy amounts during production [107-109].

Given the overall stability, toxicity, low drug-loading, and problematic preparation
issues that are seen with other nanocarrier types, nanoemulsions and nanoemulgels have
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arisen as advantageous solutions with high potential. Nanoemulsions are kinetically stable
biphasic dispersions of two immiscible phases, an oil phase and a water phase, which are
combined with surfactants and/or cosurfactants to increase their stability. Two main types
of nanoemulsions exist, water-in-oil (W/O) or oil-in-water (O/W), with the latter being the
most common [110-112]. Usually, O/W nanoemulsions contain from 5% to 20% oils/lipids,
with this amount increasing up to 70% when the nanoemulsion is W/O. The type of the
oil used in the formulation of nanoemulsions depends on the active substances that are
intended to be solubilized, with the selection often being performed based on a solubility
criterion (oils that solubilize the active substance the best) [111,113]. On the other hand,
surfactants are amphiphilic molecules, which are used to stabilize the nanoemulsions, to
reduce the interfacial tension and prevent the aggregation of the internal phase droplets.
They usually have an ability to absorb quickly at the oil-water interface, and provide
steric, electrostatic, or dual electro-steric stabilization. Cosurfactants may be used as surfac-
tant complements to strengthen the interfacial film, if they fit suitably in areas which are
structurally weaker [114-116]. There is an ongoing effort in both industrial preparations
and scientific works to ensure that the components which are used in the development
of nanoemulsions be strictly nontoxic, generally-regarded-as-safe (GRAS) excipients, in
order to ensure maximum biocompatibility and decrease the propensity for side effects
potentiated by the formulation [117,118]. Nanoemulsions can be produced by high-energy,
low-energy, or low- and high-energy combination methods [117,119]. High-energy emulsi-
fication methods depend on mechanical devices, which use energy for creating powerful
disruptive forces to reduce the size of the formed droplets. Ultrasonicators, microfluidizers,
and high-pressure homogenizers can be used, including on an industrial level. These
methods have the advantage of being able to nanoemulsify almost any oil, but the depen-
dence on instrumental techniques is associated with high costs and the generation of high
temperatures, which might not be feasible for all formulation components (for example,
thermolabile drugs) [120,121]. Hence, low-energy methods, such as phase inversion or
spontaneous emulsification, are the most advantageous, since it is the energy stored in the
system that is used to produce the ultrafine droplets, leading to lower production costs
and an easy application [122,123]. One of the most used low-energy methods is the phase
inversion temperature method, to take advantage of changes in the aqueous/oil solubility
of surfactants in response to temperature fluctuation. This will include the conversion of a
W/O to an O/W nanoemulsion, or the reverse, via an intermediary bicontinuous phase.
The change of temperature from low to high causes the opening and reversal of interfacial
structure, which leads to phase inversion. However, this method has a substantial disad-
vantage, which is that it cannot be used for thermosensitive drugs [124-126]. Hence, the
most beneficial low-energy method ends up being spontaneous emulsification, in which
the components are usually just mixed with each another, resorting to manual mixing or
low-energy mixers (such as mechanical stirring or vortex stirring). This, of course, only
happens when the right components are mixed in the right proportions, with the oils,
surfactants and cosurfactants having to be miscible with one another, and with reasonably
high amounts of surfactants/cosurfactants being valuable for maximum formulation stabi-
lization, homogeneity, and low droplet size [127-129]. Regardless of the used preparation
method, nanoemulsions” droplet size usually varies between 20 and 500 nm, hence being
small and responsible for these formulations’ clear or hazy appearance [117,130]. This
type of nanosystem can be used in many different dosage forms, such as creams, sprays,
gels, aerosols, or foams, and various administration routes, such as intravenous, oral,
intranasal, pulmonary, ocular, topical, or transdermal drug delivery [111,131,132]. They
have several relevant advantages, such as a high solubilization capacity, great long-term
physical stability, which reduces the propensity for conventional destabilization mech-
anisms to occur (such as creaming, coalescence, or Ostwald ripening), and a very large
surface area available for drug absorption to occur [133-135]. Nevertheless, for certain
applications, nanoemulsions might not be the ideal dosage form, since they tend to be fluid
and do not usually have bioadhesion capability, which can lead to a short retention time of
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the preparation at the site of administration, an important parameter in transdermal and
topical administration. In order to tackle these issues, nanoemulsions can be transformed
into nanoemulgels [136,137].

Nanoemulgels are hybrid colloidal systems composed of nanosized oil droplets dis-
persed in an aqueous gel matrix, combining the properties of both nanoemulsions and
hydrogels, which solve important issues such as spreadability and skin retention of the
preparations by increasing their viscosity [136,138]. The methodology for preparing a
nanoemulgel entails the creation of a gel-based formulation using common and already
described emulsification techniques, similar to those that are used in the preparation of
nanoemulsions [139,140]. As topical or transdermal administration systems, they function
as drug reservoirs, facilitating the controlled release of the drug from the inner phase to
the outer phase, and subsequently onto the skin. Aside from controlled drug delivery, na-
noemulgels exhibit several advantages over alternative topical formulations, which include
compatibility with the skin, high viscosity, adhesiveness, good spreadability, and long-
lasting therapeutic effects [139,140]. In what concerns common excipients that are used as
part of a nanoemulgel’s composition, oil selection is usually dependent on the intended
hydrophobicity, viscosity, permeability, and stability in the formulated nanoemulsion, but
oils from natural sources, such as oleic acid, are commonly used, or chemically modified
oils with medium chain mono-, di-, or tri-glycerides, such as Capryol® 90, Miglyol® 812, or
Labrafac™ [141-143]. Additionally, there are several categories of surfactants, and among
the most used are cationic surfactants (such as amines and quaternary ammonium com-
pounds, or lecithin), anionic surfactants (such as sodium bis-2-ethylhexylsulfosuccinate,
or sodium dodecyl sulfate), zwitterionic surfactants (such as phospholipids), and non-
ionic surfactants (such as Tweens, Lauroglycol® 90, Cremophor® EL, or Cremophor® RH
40) [137,144,145]. Frequently used cosurfactants include propylene glycol, PEG 400, ethyl
alcohol, or Transcutol®, with alcohol-based cosurfactants hence being the most preferred
due to their capability to split between oil and water phases, thereby improving their misci-
bility [139,146,147]. Lastly, there are different types of gelling agents used in nanoemulgel
formation, including natural gelling agents such as bio-polysaccharides (such as pectin,
carrageenan, alginic acid, locust bean gum, or gelatine), derivates of bio-polysaccharides
(such as xanthan gum, starch, dextran, or acacia gum), as well as semisynthetic (such as
hydroxypropyl cellulose, ethyl cellulose, and sodium alginate) and synthetic polymers
(such as carbomers or poloxamers) [136,137,148].

When developing a novel nanoemulgel, several properties have to be evaluated, in
order to assess whether the preparation has optimum characteristics for the intended
application, including droplet size, polydispersity index (PDI), zeta potential, pH, rheo-
logical properties, stability, bioadhesion, spreadability, in vitro drug release, ex vivo drug
permeation, toxicity potential, and in vitro and/or in vivo assessment of the therapeutical
potential of the developed formulation for the intended purpose. This review focuses on
the latest advances regarding the development of novel nanoemulgels for transdermal or
topical administration, for the treatment of several highly impactful diseases and conditions
(Figure 2), such as skin wound healing, skin and appendage infections, skin inflammatory
diseases, skin cancer, neuropathy, and skin aging. A critical analysis is performed regarding
formulation composition and preparation, and all relevant characterization parameters, in
order to assess the true potential of these formulations as novel functional platforms for
drug delivery onto or through the skin (summary in Table 1).
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Figure 2. Schematic representation of nanoemulgel structure, and main applications of nanoemulgels
in highly incident diseases, for topical and transdermal administration (produced with Biorender).
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2. Topical and Transdermal Nanoemulgels for the Treatment of Skin Diseases and
Other Applications

2.1. Skin Wound Healing

Skin wounds are physical injuries of the skin tissue, which lead it to break and open.
Wound healing is a complex process, which requires a coordinated series of cellular and
molecular events, which aim to restore the integrity and functionality of damaged tis-
sues [164-166]. It includes inflammation, cell migration, tissue formation, and remodeling,
and due to lack of effectiveness or slow therapeutic action, new strategies are needed for
efficient and fast wound healing [167-169]. In this context, Morsy et al. [149] developed a
novel nanoemulgel formulation containing atorvastatin for wound healing application. De-
spite the fact that atorvastatin (ATR) is primarily prescribed as a lipid-lowering medication,
to manage cholesterol levels, high cholesterol levels have been associated with impaired
wound healing, which means that atorvastatin may indirectly contribute to improved
wound healing outcomes [170-172]. Furthermore, this drug also shows anti-inflammatory
properties, and angiogenic effects, which promote the formation of new blood vessels,
leading to an adequate blood supply that is crucial for tissue regeneration [173-175]. Addi-
tionally, it has also been described as targeting and inhibiting the growth of microorganisms,
including common wound pathogens, and has been linked to other pleiotropic effects, such
as antioxidant properties, modulation of cellular signaling pathways, and promotion of
cell proliferation and migration, which make this drug a quite relevant candidate due to
multiple wound-healing-related beneficial effects [173,176,177]. The incorporation of ATR
into a nanoemulgel formulation intended to allow a controlled and sustained release at the
wound site, maximizes its potential therapeutic effects. Hence, the developed nanoemulgel
was prepared by using a combination of high-pressure homogenization and ultrasonica-
tion techniques. First, the gel was prepared by adding sodium carboxymethyl cellulose
(CMC) to water and stirring continuously until gel formation. After that, a primary O/W
emulsion was made, containing ATR solubilized in a mixture of liquid paraffin, Tween®
80, and propylene glycol, to which water was slowly added, and vortexed. Then, to this
drug-loaded emulsion, the polymeric gel base was added and mixed for 5 min. Afterward,
this primary emulgel was sonicated, for 10 min, in order to reduce its droplet size and
finally obtain the required nanoemulgel. The developed formulations were characterized
for particle size, PDI, zeta potential, viscosity, spreadability, in vitro drug release, stability,
ex vivo permeation, and in vivo wound healing properties. The physicochemical character-
ization showed a small particle size of approximately 100 to 200 nm (Figure 3A,B), a good
homogeneity with a PDI value of less than 0.3, and the zeta potential was found to be within
the range of —20 to —30 mV, indicating good stability and preventing particle aggregation.
Additionally, the viscosity and spreadability of the nanoemulgel was determined to be in
the range suitable for topical application, ensuring ease of spreading and adherence to the
wound area. The in vitro drug release profile (Figure 3C), determined across semiperme-
able cellulose membranes for 6 h, demonstrated a sustained release of the drug from the
developed nanoemulgel over time, with a reduced initial burst release when compared to
a CMC gel, and with a higher overall release when compared to an emulgel. Moreover,
stability studies, which it underwent for a duration of 6 months, under storage conditions
of 60% relative humidity and a temperature of 4 °C, indicated no noticeable alterations in
several evaluated properties, such as color, appearance, spreading, or viscosity. In addition,
an ex vivo permeation study (Figure 3D), through excised rat skin, revealed that the ATR
nanoemulgel had a higher permeation, both in what concerns cumulative amount and
velocity, than the drug-loaded emulgel, gel, or solution, after 2 h, also exhibiting the shortest
lag time. Furthermore, a histopathological analysis of rats’ skin, after nanoemulgel topical
application in an in vivo study, supported its positive effect on wound healing, showing
reduced inflammation and increased angiogenesis, with a marked improvement in the
skin histological architecture, and considerable healing after 21 days of ATR nanoemulgel
treatment (Figure 3E-G). Additionally, although the developed gel-based formulations may
encounter drawbacks such as limited residence time at the application site, the nanoemulgel
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formulation can address this concern by exhibiting enhanced retention in the affected area,
and therefore prolonged retention, enabling a steady release of the drug, and facilitating
extended contact with the skin surface.
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Figure 3. (A) Droplet size distribution of the developed ATR nanoemulgel; (B) surface morphology of
the developed ATR nanoemulgel; (C) in vitro drug release profiles of the developed ATR nanoemulgel,
compared to an emulgel and gel; (D) ex vivo drug permeation profiles of the developed ATR
nanoemulgel, compared to an emulgel, a gel, and a solution; (E) wound area variation of rat skin
after topical administration of the developed ATR formulations, after 0, 7, 14, and 21 treatment days;
(F,G)—healing score (F) and photomicrographs (G) of rat skin before treatment (a), and after 21 days
of topical administration of an ATR gel (b), an ATR emulgel (c), or an ATR nanoemulgel (d), where
black arrows represent the absence of epidermal layer epithelization, blue arrows represent loss of
collagen fibers normal arrangement in the dermal layer, green arrows represent severe congestion,
yellow arrows represent hemorrhage, and black circles represent inflammatory cell infiltrations;
ATR—atorvastatin; adapted from Morsy et al. [149], reproduced with permission from MDPI (Creative
Commons CC BY 4.0 470 license).
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Wounds are strongly connected to health disorders such as immune system diseases,
diabetes, chronic peripheral vascular disorders, and various infectious and inflammatory
diseases. In this context, chronic wounds pose a significant healthcare challenge due
to their slow healing and susceptibility to infections [178,179]. Eucalyptol has been re-
ported to function as a good penetrant in transdermal and topical drug delivery systems
and is also claimed to possess antibacterial properties against human and food-borne
pathogens [180,181]. Hence, Rehman et al. [150] developed a nanoemulgel for wound
healing incorporating eucalyptus oil, obtained from Eucalyptus globulus, into a nanoemulgel
(Figure 4A), developing an effective platform designed to enhance the stability, permeation,
and controlled release of eucalyptol, one of the main constituents of eucalyptus oil, thereby
promoting its therapeutic efficacy in wound healing. The preparation of the nanoemulgel
was divided into two steps, with the first including the preparation of different primary
O/W nanoemulsions by solvent emulsification diffusion method. The nanoemulsions were
made of an aqueous phase containing the hydrophilic surfactant Tween® 80 and distilled
water, and an oil phase containing black seed oil, the hydrophobic surfactant Span® 60, and
the cosurfactant/cosolvent propylene glycol. These two phases were mixed together using
a magnetic stirrer, and then the nanoemulsion was produced by droplet size reduction
using a high-speed homogenizer. From the selected primary nanoemulsion, nanoemulgels
were created, where Carbopol® 940 was used as the gelling agent. A Carbopol gel was
produced by adding it to distilled water and mixing until a clear solution was formed, and
then the pre-prepared nanoemulsion was added to the gel, in ratio of 1:1, with the pH being
adjusted to a value of 5-6 using triethanolamine. These nanoemulgels were subsequently
subjected to characterization. For the stability studies, temperature tests and centrifuga-
tion were used, with all formulations being subjected to storage at different conditions,
namely, 8 °C, 25 °C, 40 °C, and 40 °C, with 40% relative humidity, for 28 days. Results
showed that all the formulations were stable under the studied conditions, with no phase
separation being observed after subsequent centrifugation. A Fourier-transform infrared
spectrophotometer analysis was also employed to investigate the chemical interactions
and compatibility between the components. By analyzing the produced spectra, it was
possible to identify specific functional groups and molecular vibrations, confirming the
absence of any major chemical changes or incompatibilities that could potentially affect
the stability or therapeutic properties of the formulations. It was also shown that the pH
had a major effect on the stability of the systems, as triethanolamine, used to adjust the
formulation’s pH to simulate the pH of the skin, affected the transparency and disrupted
the internal structure of the formulations. Furthermore, organoleptic homogeneity tests
were performed, where changes in color, phase separation, consistency, and liquefaction
were observed. All the formulations were observed to be off-white in color, and smooth
in terms of consistency, and showed also reasonable to good spreadability. Additionally,
the drug content analysis showed that the drug was uniformly distributed throughout the
nanoemulgels. In the study of in vitro drug release (Figure 4B), the nanoemulgel which
released the highest amount of drug was selected. The selected nanoemulgel’s particle
size, PDI, and zeta potential were also determined. The droplet size was found to be
around 139 £ 5.8 nm, the PDI was less than 0.45, and the zeta potential was measured
to be —28.05 mV. After formulation physicochemical characterization, an in vivo study
evaluated the wound-healing activity of the nanoemulgel in rabbits. The percentage of
wound contraction was measured over a 15-day period, and they compared a negative
control group, a nanoemulgel group, and a standard commercial product group. The
results showed that the percentage of wound contraction for the nanoemulgel group on day
15 was 98.17%, indicating a significant improvement in wound healing compared to the
negative control group (70.84%). Additionally, a statistical analysis using one-way ANOVA
confirmed that the developed nanoemulgel had a wound-healing activity similar to that of
the commercial cream, confirming its effectiveness in promoting wound healing. Thus, the
performed comprehensive characterization studies, including physicochemical analysis
and in vivo wound evaluations, provide valuable insights into the developed formulation’s
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potential efficacy. Overall, based on the provided information, we can conclude that the
topically applied nanoemulgel formulation containing eucalyptus oil as an active ingredi-
ent demonstrated significant wound-healing activity and stability in the tested conditions,
hence being a potentially novel and effective strategy for skin wound healing.
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Figure 4. (A) Schematic representation of the developed eucalyptus oil nanoemulgel, including
partial composition and general indication of performed studies; (B) in vitro eucalyptol release
profiles of different nanoemulgels; adapted from Rehman et al. [150], reproduced with permission
from MDPI (Creative Commons CC BY 4.0 470 license).

Diabetes mellitus remains a significant global health concern, affecting millions of
individuals worldwide. One of the most debilitating complications of diabetes is the de-
velopment of chronic, nonhealing wounds. These wounds pose substantial challenges
for patients and healthcare providers, leading to increased morbidity, including the risk
of limb amputation, and significant healthcare costs [182-184]. To address this critical
issue, researchers are continuously exploring innovative approaches to improve wound
healing and management. Hence, a study conducted by Yeo et al. [151] also focused on
the fabrication and characterization of a topical nanoemulgel, containing tocotrienols and
naringenin, for the management of diabetic wounds. In that study, researchers aimed to
develop a nanoemulgel formulation taking advantage of the therapeutic potential of two
bioactive compounds: tocotrienols, which are members of the vitamin E family with potent
antioxidant and anti-inflammatory properties, and naringenin, a flavonoid known for its
wound healing and tissue regeneration capabilities [185-188]. The study aimed to explore
the synergistic effects of these compounds, with the goal of creating a multifunctional
nanoemulgel that could accelerate wound closure, improve tissue repair, and alleviate
the underlying inflammation often associated with diabetic wounds. With the aim of
entrapping naringenin within the oil droplets of the o/w nanoemulgel, the oil phase was
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chosen according to the highest achievable solubilization for this compound. Among the
tested oils, Capryol® 90 demonstrated the highest solubilization of naringenin, and hence
was selected. Furthermore, the addition of tocotrienols to Capryol® 90 did not significantly
impact the solubility of naringenin, suggesting successful and stable encapsulation of the
drug with the chosen oil base. Additionally, in order to ensure the safety and biocom-
patibility of the formulation, the selection of appropriate surfactants is vital. Nonionic
surfactants were prioritized due to their GRAS status and their ability to withstand pH
or ionic strength changes. Solutol® HS15, with an HLB value of 15.2, was chosen as the
primary surfactant. It offers several advantages, including low toxicity, good biocompati-
bility, and permeation-enhancement ability, making it a suitable choice for this formulation.
To further stabilize the nanoemulsion and achieve a flexible interfacial film, Transcutol®
P, a cosurfactant and cosolvent, was selected to work in combination with Solutol® HS15.
Transcutol® P has been extensively studied for its skin-permeation-enhancing properties,
without significantly affecting the diffusion of permeants across the skin. Moreover, it has
the capability of creating an intracutaneous depot, increasing the reservoir capacity in the
stratum corneum for incorporated therapeutics. These properties make Transcutol® P an
ideal choice for the development of a nanoemulgel, especially for topical application. The
preliminary nanoemulsions were prepared using the spontaneous emulsification method,
followed by sonication and vortexing for increased homogenization. For the drug-loaded
nanoemulsions, naringenin was solubilized in the mixture of Capryol 90 and tocotrienols,
and then the surfactant and cosurfactant were added. Distilled water was added dropwise
with continuous stirring, to achieve a final naringenin concentration of 2 mg/mL. To for-
mulate and optimize a stable primary nanoemulsion, several critical characteristics were
considered, including droplet size, PDI, and zeta potential, as they significantly impact the
in vivo stability and overall performance of the formulations. The mean droplet size for
most blank nanoemulsions was found to be less than 200 nm, with a trend for increased
droplet size with higher oil concentrations, which aligns with previous findings in the
literature, where an increment in o0il content usually leads to larger droplet sizes due to
a reduction in specific surface area. The zeta potential of the preliminary nanoemulsions
ranged from —4 mV to +11 mV. Although nanoemulsions with low absolute zeta potential
values can theoretically be more prone to being unstable, due to low electrostatic repulsion,
several studies have shown that stable nanoemulsions can be formulated using nonionic
surfactants with low surface charge values. This observation was confirmed in the study,
where the formulated nanoemulsions, containing nonionic surfactants, exhibited good
thermodynamic stability, in thermodynamic stability studies involving centrifugation,
heating—cooling cycles, and freeze-thaw cycles, with no signs of phase separation, crack-
ing, or creaming, hence ensuring their potential as stable delivery systems. The stable
and optimized naringenin nanoemulsion was chosen as the starting point to formulate
the nanoemulgels, being mixed with 1%, 1.5%, or 2% w/v Carbopol® 934 or Carbopol®
940 gel bases. The ratio of naringenin nanoemulsion to gel base was 1:1, and the mixture
was stirred for 10 min at 500 rpm. Triethanolamine was used to adjust the pH to 4.9-5.3,
ensuring a slightly acidic environment beneficial for wound healing. The nanoemulgels
were allowed to stand for 24 h to remove trapped air. The addition of the gelling agent
led to a significant reduction in the size of the dispersed droplets. Furthermore, the zeta
potential of the nanoemulgels decreased when compared to the optimized nanoemulsion,
indicating a more negative surface charge, attributed to the presence of carboxylate ions
on the Carbopol molecules. The incorporation of the gel matrix also further stabilized the
dispersed oil droplets, indirectly supporting the stability of the nanoemulgel formulations.
The optimized nanoemulgel had nanometric globules (145.6 + 12.5 nm) with a PDI of
0.452 £ 0.03 and a zeta potential of —21.1 & 3.32 mV. The spreadability of the formulations
decreased with an increase in gelling agent concentration, which is typical for fluid gels
that are easily spread over the affected area. The optimized nanoemulgel showed good
spreadability and a high viscosity of 297600 cP. The nanoemulgels also showed promising
mucoadhesive properties, with better adhesion being proportional to the concentration and
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grade of Carbopol that was used. In vitro drug release studies, in phosphate buffer saline
(PBS), showed that Carbopol® 934-containing nanoemulgels exhibited higher drug release
compared to those with Carbopol® 940, possibly due to their lower viscosity. Additionally,
an initial burst release was observed in the first 2 h of the assay, which has been deemed
typical of polymer-matrix-based formulations. The in vitro drug release of naringenin from
the nanoemulgel was revealed to have controlled and sustained characteristics, adding up
to 74.62 £ 4.54% within a time period of 24 h. Hence, overall, the findings from that study
provide valuable insights into the formulation of stable naringenin nanoemulsions and
nanoemulgels, paving the way for potential applications in wound healing treatments and
other topical delivery approaches. Further studies and clinical evaluations may be needed
to fully explore the therapeutic potential of the developed formulations in wound healing
or other dermatological conditions.

Algahtani et al. [152] also aimed to develop a novel topical nanoemulgel formulation,
loaded with thymoquinone (TMQ), and evaluate its effectiveness in wound healing. TMQ
is a bioactive compound derived from Nigella sativa, and it has been widely studied for its
potential therapeutic effects, including antioxidant, antimicrobial, anti-inflammatory, and
wound healing properties. It has shown promise in promoting wound closure and tissue
regeneration. However, its effectiveness in wound healing is limited by poor water solubil-
ity and low skin permeation [189-191]. Hence, the study aimed to develop a nanosystem
formulation, encapsulating TMQ within the internal phase’s oil droplets, using black seed
oil as a natural carrier, and stabilized by a surfactant and cosurfactant mixture, with the
addition of the aqueous phase leading to a primary O/W nanoemulsion. To prepare the
TMQ-loaded nanoemulsion, a high-energy method was used, employing an ultrasonication
technique. Initially, the researchers prepared a coarse emulsion by combining 5% w/w
(50 mg/g) of TQM with the mixture of the oil phase and a surfactant/cosurfactant mixture
(Kolliphor® EL/Transcutol® HP). The components were mixed by using a vortex mixer, and
then added to the aqueous phase, while continuously vortexing for 1 min. Then, in order
to improve the emulsion’s properties, the coarse emulsion was subjected to ultrasonication,
using an ultrasonic homogenizer in a water bath. This process helped to break down
larger droplets into smaller ones, and enhance the stability of emulsion, transforming it
into a nanoemulsion. The increase in surfactant mixture concentration decreased the mean
droplet size, and the ultrasonication time also significantly influenced the mean droplet
size and PDI of the nanoemulsions. When the ultrasonication time increased from 3 to
5 min, the mean droplet size decreased. Nevertheless, an ultrasonication time higher than
that, leading to an excessive exposure to ultrasonication energy known as overprocessing,
caused intense turbulence, leading to collisions between the nanoemulsion’s droplets and
their subsequent coalescence, resulting in larger droplet sizes. The average globule sizes of
selected nanoemulsions varied between 40.02 and 99.66 nm, and the PDI value between
0.052 and 0.542. Nanoemulsion viscosity was also measured, being between 71.04 mPas
and 88.82 mPas, and drug content varied between 98.74% and 99.32%. The zeta potential
of these primary nanoemulsions was measured to be in the range of —26.7 to —30.6 mV,
which is expected to contribute to their stability, since high repulsive forces between the
nanoemulsion droplets might help prevent their coalescence. Furthermore, the preliminary
formulations’ stability was effectively assessed, and all were found to be stable when sub-
jected to various tests, including heating—cooling cycles, centrifugation, and freeze-thaw
cycles. The formulations that demonstrated thermodynamic stability were selected for
the in vitro drug release studies (Figure 5A) using the dialysis bag technique. The bags
were filled with 1 mL of TMQ nanoemulsion formulation, and throughout the study, at
specific time intervals, aliquots were withdrawn and replaced with PBS, up to 24 h. The
aliquots were then analyzed by using UV-spectroscopy to quantify the amount of TMQ
released from each formulation. After 12 h, more than 80% of the drug was released from
all screened nanoemulsions, with the maximum cumulative drug release (at 24 h) varying
between 84.3% and 87.1%. Additionally, comparing the TMQ nanoemulsions to a TMQ
aqueous suspension, a significantly higher drug release was observed in the nanoemul-
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sions. A selected drug-loaded nanoemulsion was then incorporated into a hydrogel system,
creating the intended semisolid dosage form, a nanoemulgel. To form the nanoemulgel, the
selected nanoemulsion was uniformly dispersed into a Carbopol® 940 gel matrix. This step
aimed to create a final concentration of 0.5% TQM in nanoemulgel form, with the desired
consistency, making it more suitable for topical application and ensuring a patient-friendly
experience. The pH of the developed nanoemulgel was found to be within the range of
skin’s acid mantle (5.53), making it suitable for topical use, ensuring compatibility with the
skin, and minimizing potential irritation. Moreover, the prepared nanoemulgel exhibited a
similar rheological behavior to a placebo gel, demonstrating pseudoplastic behavior, with
thixotropic properties, which is desirable for topical application. It also demonstrated
excellent spreadability, making it suitable for topical application on wounded skin, and
with the spreading area increasing proportionally with the applied force. Drug skin per-
meability and deposition investigation was conducted in an ex vivo study, using a Franz
diffusion cell, on excised skin from Wistar rats, comparing the developed nanoemulgel to
a conventional gel formulation. For that study, a shaved and excised dorsal skin sample
from a Wistar rat was placed between the donor and receptor compartments of the Franz
diffusion cell. Then, 500 mg of the test formulation was placed in the donor compartment,
and the receptor compartment was filled with phosphate buffer. At various intervals, 1 mL
aliquots were withdrawn and replaced with fresh media. Subsequently, these aliquots
were diluted and quantified using a UV-spectrophotometer to estimate drug permeation
through time. Results confirmed the expected enhancement in drug permeation, with
the TMQ nanoemulgel showing a significantly enhanced cumulative drug permeation
(549.16 pg/ cm?) when compared to the conventional gel form (120.75 pg/ cm?). Also, the
percutaneous drug flux of TMQ from the nanoemulgel was approximately five times higher
(23.14 pg/ cm?-h) than from the conventional gel form (4.78 ug/ cm?-h), as was the perme-
ability coefficient (9.26 K x 1073 vs. 1.91 K x 1073). This enhanced permeation may be
attributed to the presence of surfactant/cosurfactant mixture in the developed formulation,
and to the small droplet size characteristic of the developed nanosystem. In addition, in
order to estimate drug deposition in rat skin, the tape stripping technique was employed.
After the 12 h ex vivo skin permeability study, the skin sample was removed from the
assembly and washed with buffer. The first strips were discarded, and the subsequent
15 strips were used to remove the subcutaneous layer. The treated skin sample and the
stripped tape were then chopped and incubated in ethanol to fully extract the drug. The
incubated sample was sonicated and centrifugated before analyzing the extracted drug by
using a UV-spectrophotometer, to determine the amount of drug deposited in the skin. The
skin deposition of TMQ from the nanoemulgel form was significantly higher, measured
to be 965.65 pg/cm?, compared to 150.93 pg/cm? from the gel formulation. Moreover,
the local accumulation efficiency of the nanoemulgel was higher by a factor of 1.4 when
compared to the conventional gel, indicating a greater drug accumulation in the skin for
localized and prolonged therapeutic action. Moreover, according to the in vivo studies
performed in a Wistar rat wound model, the application of the nanoemulgel on the wounds
resulted in accelerated wound closure, evidenced by reduced wound size, enhanced re-
epithelization, and increased collagen deposition, with higher efficacy than control groups
(no treatment, standard 1% w/w silver sulfadiazine cream, and TMQ conventional gel)
(Figure 5B). On the fourth day post-wounding, untreated rats displayed a hard thrombus
swelling and exudates at the wound area. In contrast, animals from other groups exhibited a
comparatively softer thrombus with reduced inflammation and no discharge. By the eighth
day, reddish connective tissue, or granulation tissue, started forming in all groups. The
complete epithelization time for the untreated group was 16.6 days. The groups with 1%
silver sulfadiazine cream, TMQ conventional gel, and TMQ nanoemulgel had significantly
shorter complete epithelization periods of 11.6, 14.33, and 10.33 days. A histopathological
analysis (Figure 5C), on day 20 after treatment, revealed that the TMQ-nanoemulgel-treated
group displayed larger amounts of granulation tissue and fewer mononuclear inflamma-
tory cells compared to animals treated with 1% silver sulfadiazine and TMQ conventional
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gel. These findings suggest that the developed TMQ nanoemulgel has a significant wound
healing potential, comparable to the 1% silver sulfadiazine cream, making it a promising
formulation for topical wound healing applications. Thus, a topical TMQ nanoemulgel
formulation was developed, by combining biocompatible polymers, oils, surfactants, and
cosurfactants, resulting in a stable nanoemulgel with enhanced drug delivery potential
and, hence, improved therapeutic efficacy, making it a promising formulation for potential
use in dermatological applications, and specifically for improved skin wound healing.

A 100

804 P —

= F8§—e—Fl1——F14
60 *— Aqueous Suspension

40

Cumulative %drug release
%contraction of wound area

Untreated Silver iazine| TMQ-gel | T™™MO-NEG ]|

-gel ’

Figure 5. (A) In vitro drug release profiles of the TMQ-loaded nanoemulsions, compared to a
drug aqueous suspension; (B) percentage of contraction of wound area variation, in the in vivo
study, assessed for 20 days, with topical application of the developed TMQ nanoemulgel (TMQ-
NEG), a conventional TMQ gel (TMQ-gel), a silver sulfadiazine formulation (Silver sulfadiazine),
or no treatment (Untreated); (C) histopathology analysis of the rat’s skin at day 20, newly healed,
after topical application of the developed TMQ nanoemulgel (TMQ-NEG), a conventional TMQ
gel (TMQ-gel), a silver sulfadiazine formulation (Marketed), or no treatment (Untreated), stained
with hematoxylin-eosin (a) or Van Gieson (b), with arrows indicating the stratum corneum (A),
the papillary dermis (B), collagen fibers (C), sebaceous glands (D), or hair follicles (E); adapted
from Algahtani et al. [152], reproduced with permission from MDPI (Creative Commons CC BY 4.0
470 license).

Recently, natural compounds like curcumin have gained attention for their potential
therapeutic effects on wound healing due to their anti-inflammatory, antioxidant, and
antimicrobial properties. However, the clinical application of curcumin has been limited by
its low solubility in aqueous media and poor skin permeability [192-194]. To tackle these
issues, Algahtani et al. [153] developed a novel approach to enhance the wound healing
potential of curcumin, through its formulation into a nanoemulgel, using the high-energy
emulsification method of ultrasonication, known for its efficiency in producing nanosized
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droplets, in order to ensure uniform dispersion and stability of the nanoformulation. The
first step involved the preparation of a preliminary O/W nanoemulsion, where curcumin
was encapsulated within the oil droplets using Labrafac™ PG as the selected oil, and
using a surfactant—cosurfactant system (Tween® 80 and PEG 400). The droplet size of
the curcumin-loaded nanoemulsion system was significantly influenced by the ratio of
the Smix phase in the formulation components. Specifically, when the nanoemulsion
system had a Smix ratio of 2:1, the droplet size was notably reduced, compared to the
nanoemulsion system with a Smix ratio of 1:1. Additionally, the droplet size was found to
be significantly influenced by the ultrasonication time. Specifically, 5 min of ultrasonication
resulted in a notable reduction in droplet size, compared to only 3 min of ultrasonication,
at constant Smix concentration and ratio. Additionally, the effect was more pronounced
at a lower Smix concentration, rather than at higher ones. Nevertheless, the Smix ratio
and ultrasonication time did not have a remarkable effect on the PDI. Selected preliminary
nanoemulsions achieved a droplet size of less than 100 nm, with mean droplet sizes in a
range from 49.61 to 84.23 nm, and PDI values from 0.10 to 0.23. Thermodynamic stress
testing was also conducted on curcumin-loaded nanoemulsions, to assess their stability.
The formulations exhibited high stability under heat-cooling cycles, freeze-thaw cycles,
and centrifugation. This stability was attributed to the reasonably high zeta potential
values, ranging from —15.96 & 0.55 mV to —20.26 £ 0.65 mV, which minimized droplet
coalescence and physical instability. The viscosity of the selected preliminary nanoemul-
sion systems was also evaluated, at room temperature, by rotational viscosimeter, with
the results ranging from 83.74 mPas to 89.82 mPas. The difference in viscosity values was
attributed to the increased concentration of surfactant between formulations (a reasonably
viscous component). A UV-visible spectrophotometric analysis confirmed that the selected
nanoemulsion formulations had high curcumin content, ranging from 98.86% to 99.23%.
Thus, these formulations showed high drug encapsulation. With droplet sizes around
50 nm and desirable surface charges, the selected nanoemulsions were chosen for further
investigation, as they were proven ideal for topical application, enabling improved skin
permeability and deeper penetration. Hence, in vitro drug release was assessed, with all
nanoemulsions being able to release up to 85% of curcumin within the first 12 h, while
the release from aqueous suspension (control) was only around 10% at the same time.
The small droplet size of the nanoemulsions could have been a critical factor in positively
influencing the in vitro drug release, since it produces a large surface area for drug dif-
fusion and, potentially, absorption to occur. The next step involved incorporating the
curcumin nanoemulsion into a Carbopol® 940 gel matrix, in order to form the curcumin
nanoemulgel. The purpose was that this combination could take advantage of the benefits
of both nanoemulsion and gel systems, both the high drug-loading capacity and improved
skin permeation of nanoemulsions, and the enhanced stability and ease of application of
gels. The drug concentration achieved in the final nanoemulgel preparation was 0.5% w/w
of curcumin, and the formulation exhibited a favorable physicochemical profile, with a
measured gel strength of 46.33 s, while the placebo gel system had a strength of 44.66 s.
Additionally, the drug content uniformity of the curcumin nanoemulgel was calculated,
showing a uniform dispersion of curcumin within the hydrogel, with a uniformity of
98.93%. Furthermore, the curcumin nanoemulgel exhibited a similar rheological profile
to the placebo gel, with the incorporation of curcumin not affecting its rheological behav-
ior, and exhibiting a thixotropic behavior, which is desirable for topical pharmaceutical
dosage forms. Hence, the developed nanoemulgel proved to have the desired consistency
for patient-friendly topical use, which aligned with small droplet size, appropriate zeta
potential, a pH within the acceptable range for skin application, and optimal drug release
properties, suggested its safe and effective application for wound healing. This adequacy
for skin application was confirmed by the ex vivo skin permeation study results, con-
ducted on excised rat skin, on Franz diffusion cells, to assess the ability of the curcumin
nanoemulgel to penetrate the skin barrier. The results showed improved skin permeation
of curcumin from the nanoemulgel formulation, further confirming its potential as an
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effective topical delivery system for wound healing applications. The cumulative amount
of curcumin which permeated through the skin from the nanoemulgel was 773.82 ug/cm?,
versus only 156.90 pg/cm? from the conventional gel formulation. In addition, the cur-
cumin nanoemulgel showed a six-fold increase in percutaneous drug flux compared to
the conventional curcumin gel. Similarly, the permeability coefficient from the curcumin
nanoemulgel also increased approximately six-fold when compared to the conventional
gel. Furthermore, the permeation enhancement ratio and local accumulation efficiency of
curcumin from the nanoemulgel were significantly higher than from the gel, with a shorter
lag time (0.75 h versus 2.37 h). Moreover, the in vivo wound-healing activity (Figure 6A,B)
from the nanoemulgel and gel formulations were evaluated and compared to a commonly
used silver sulfadiazine formulation. The topical application of these formulations was
performed and monitored, in Wistar rats, for 20 days. The results showed that all treated
groups exhibited significant wound-healing activity compared to the untreated group. The
curcumin nanoemulgel demonstrated almost equivalent wound-healing activity to the
silver sulfadiazine gel, with both formulations leading to almost complete wound healing
at day 20. Moreover, the histopathological evaluation (Figure 6C) confirmed the enhanced
wound-healing activity of curcumin from the nanoemulgel formulation, showing reduced
inflammatory cells and extensive collagen fiber production.
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Figure 6. (A) In vitro cumulative drug release from the developed preliminary curcumin nanoemul-
sions, compared to the control (drug suspension); (B) in vivo wound-healing activity, in a rat model,
of the developed curcumin nanoemulgel (CUR-NEG), compared to a curcumin conventional gel
(CUR-gel), a marketed control formulation (Silver sulfadiazine), or no treatment (Untreated), including
contraction of wound area percentage; (C) histopathology analysis of the rat’s skin tissue at day 20 after
treatment, including indications for the stratum corneum (A), the papillary dermis (B), collagen fibers
(C), sebaceous glands (D), and hair follicles (E), (a) Stained with hematoxylin-eosin; (b) stained with
vangeison to observe collagen formation (at 10x magnification); adapted from Algahtani et al. [153],
reproduced with permission from MDPI (Creative Commons CC BY 4.0 470 license).
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2.2. Skin and Skin Appendage Infections

The escalating global health threat posed by drug-resistant microbial and fungal
infections necessitates the development of innovative and effective therapeutic strate-
gies [195,196]. In this context, miconazole nitrate is a broad-spectrum antifungal medica-
tion commonly used to treat various fungal infections, especially on the skin. However,
its therapeutic efficacy can be limited by factors such as poor drug permeation and low
bioavailability [197,198]. Hence, a study by Tayah et al. [154] aimed to address these limita-
tions by formulating miconazole into a nanoemulgel for topical application. Formulation
composition was determined by selecting the excipients in which miconazole was most
soluble, by dissolving it in various oils and surfactants. It was observed that olive oil and
almond oil had the highest solubility, and among the surfactants, Tween® 80 and Span®
80 demonstrated the greatest ability to solubilize the drug. These oils and surfactants were
selected as the drug vehicle, and hence preliminary O/W nanoemulsions were produced,
using the self-emulsification technique. Optimized nanoemulsion formulations were cho-
sen based on a ternary phase diagram (Figure 7A), according to which it was evident
that the almond-oil-based formulations displayed the smallest particle size (170 nm) and
PDI values (0.193). Therefore, the formulation containing almond oil was selected for
subsequent experiments. Miconazole nanoemulgel formulations were then prepared by
incorporating the preliminary miconazole nanoemulsions into a Carbopol® 940 hydrogel,
with Carbopol at different concentrations. The particle size and PDI remained consistent
when the transformation of the nanoemulsion into nanoemulgels occurred (Figure 7B),
with the three Carbopol concentrations (0.4%, 0.6%, and 0.8%) showing similar behav-
ior, with particle sizes ranging from 170 to 180 nm. The zeta potential results confirmed
the potential stability of the nanoemulgel formulations, with values just below —30 mV.
Regarding the rheological properties of the nanoemulgel, its viscosity decreased with an
increase in the shear rate, which indicated pseudoplastic behavior. The release of the
drug was evaluated and compared to a market product, using the dialysis method. The
results showed an inverse relationship between Carbopol concentration and release profile,
which is in accordance with an increased viscosity. Hence, the formulation with the lowest
Carbopol concentration (0.4%) exhibited the highest cumulative drug release. Furthermore,
another in vitro drug release assay was also performed, this time using a Franz cell diffu-
sion test (Figure 7C), to measure the cumulative drug release from the selected miconazole
nanoemulgel (0.4% Carbopol) and compare it to a conventional marketed Daktazol® cream
(same drug molecule). After 6 h, the developed miconazole nanoemulgel exhibited a cumu-
lative drug release of 29.67%, while the conventional Daktazol® cream achieved a release
of 23.79%. Hence, the developed nanoemulgel achieved a higher drug release within the
studied timeframe, while still retaining a controlled release profile. Then, the antifungal
activity of the developed miconazole nitrate-loaded nanoemulgel was evaluated against
selected fungal strains, and its performance was also compared to that of the conventional
gel formulation. The antifungal activity was assessed by conducting an agar-based test
on Candida albicans, and the size of the inhibition zone was measured as an indicator of
effectiveness. The miconazole nanoemulgel demonstrated the highest activity, with an
inhibition zone of 40.9 £ 2.3 mm, showing significant improvements in antifungal activity
when compared to the marketed formulation, hence suggesting a promising approach to
overcome the limitations of current conventional gel formulations. These findings support
the conclusion that the developed novel miconazole nanoemulgel formulation exhibited
improved antifungal activity, as well as increased but controlled drug release, and other de-
sirable characteristics, compared to the conventional cream. Nevertheless, further research
will be required to evaluate the safety and in vivo efficacy of this novel formulation, and to
address regulatory considerations for its potential clinical use. Yet, the development of this
miconazole nitrate-loaded nanoemulgel formulation shows promising results in enhancing
the antifungal activity of miconazole, with improved drug delivery properties, presenting a
potential solution to enhance the therapeutic efficacy of miconazole nitrate in the treatment
of skin fungal infections.
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Figure 7. (A) Ternary phase diagrams of the preliminary nanoemulsions containing either olive oil,
Tween® 80, and Span® 80, or almond oil, Tween® 80, and Span® 80; (B) droplet size and polydispersity
index of the developed miconazole nitrate preliminary nanoemulsion and nanoemulgel formulations;
(C) in vitro drug release profiles, in Franz diffusion cells, of the developed miconazole nitrate nanoemul-
gel, compared to the marketed product, Daktazol® cream; adapted from Tayah et al. [154], reproduced
with permission from Elsevier (license number 5671991093263); (D) droplet size (a) and zeta potential (c)
of the developed omeprazole-loaded nanoemulsion, and droplet size (b) and zeta potential (d) of the
developed omeprazole-loaded nanoemulgel; (E) minimum inhibitory concentration determination
assay of the developed omeprazole-loaded nanoemulgel, against selected bacterial strains, using
a 96-well microplate (arrow shows decrescent antimicrobial activity); (F) cumulative drug release
percentage from the developed omeprazole-loaded nanoemulsion and nanoemulgel formulations;
(G) cumulative drug permeation from the developed omeprazole-loaded nanoemulsion and na-
noemulgel formulations; adapted from Ullah et al. [155], reproduced with permission from MDPI
(Creative Commons CC BY 4.0 470 license).
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In another study, Ullah et al. [155] aimed to exploit the intrinsic antimicrobial prop-
erties of omeprazole, while utilizing chitosan’s unique properties to enhance drug deliv-
ery and targeting capabilities. In this context, the combination of omeprazole, a widely
used proton pump inhibitor with known antimicrobial properties, and chitosan, a natural
biopolymer with remarkable biocompatibility and mucoadhesive characteristics, holds
significant promise [199,200]. Hence, the fabrication and comprehensive characterization
of a novel omeprazole-based chitosan nanoemulgel formulation, intended for potential an-
timicrobial application, was performed. A preliminary O/W nanoemulsion was previously
produced, with an oil phase consisting of olive oil and Span® 80, and where omeprazole
was solubilized. The aqueous phase was prepared by dissolving Tween® 80 in distilled
water. Then, both phases were mixed, with the oil phase being gradually added dropwise
to the aqueous phase, and with both phases being heated and stirred. The mixture was then
gradually cooled, still with continuous stirring, to ensure thorough homogenization and
formation of a homogenous nanoemulsion. Different nanoemulsions were prepared, with
varying concentrations of constituents, for optimization purposes. Then, the optimized
nanoemulsion was transformed into a nanoemulgel by replacing the aqueous phase with
a chitosan solution (0.1% w/w) prepared in 1% acetic acid. The optimized preliminary
nanoemulsion showed a high entrapment efficiency of 81.36 £ 1.98%, while the resulting
nanoemulgel exhibited similar values, with an entrapment efficiency of 78.23 & 3.76%.
The optimized nanoemulgel exhibited a droplet size of 369.7 & 8.77 nm, and a PDI of
0.316, with the zeta potential values of the optimized drug-loaded nanoemulsion and
nanoemulgel formulations being —11.2 & 5.4 mV and —15.3 £ 6.7 mV, respectively, indi-
cating a potentially relevant physical stabilization of the system due to the electrostatic
repulsion between the droplets (Figure 7D). In the rheological analysis, the nanoemulgel
exhibited higher viscosity compared to the nanoemulsion, which was to be expected, being
attributed to the presence of the highly viscous Carbopol gel base, making it beneficial
for the application of the formulation on the skin. Additionally, both the nanoemulsion
and nanoemulgel formulations demonstrated excellent spreadability and extrudability,
ensuring convenient application. Moreover, the pH values of the optimized nanoemulsion
and nanoemulgel formulations remained consistently within the acceptable range of hu-
man skin pH, throughout an evaluation period of 38 days, highlighting their suitability
for effective transdermal drug delivery. The overall stability of the optimized drug-loaded
nanoemulgel formulation and the changes in particle size during storage were also assessed.
The formulation’s appearance and clarity remained constant throughout the stability test-
ing, and there was no change in the nanoemulgel’s particle size during storage at room
temperature. However, under accelerated storage conditions, the particle size progressively
increased from 369.7 + 8.77 nm to 405 & 9.65 nm, 480 + 8.87 nm, and 529 + 9.41 nm, at
the end of the first, second, and third months, respectively. This observation indicates
that higher storage temperatures led to a rise in particle size. Hence, while the optimized
nanoemulgel formulation demonstrated stability under standard storage conditions, it
experienced particle clustering when exposed to elevated temperatures. During the in vitro
drug release analysis (Figure 7F), the nanoemulsion demonstrated a rapid initial release of
omeprazole, with approximately 85.28% of the drug being released after 24 h. Conversely,
the nanoemulgel exhibited a slightly lower initial burst release, with approximately 82.16%
of the drug being released after the same time period. Hence, both formulations displayed a
controlled drug release profile, but with high cumulative value, ideal for topical application.
The study also aimed to evaluate the skin permeation capabilities of both the nanoemul-
sion and nanoemulgel formulations, a factor that is closely related to the preparations’
potential efficacy for transdermal drug administration. To assess this parameter, an ex
vivo permeation assay was conducted (Figure 7G), using rabbit skin, providing insights
into the drug permeation profiles of these formulations. The results revealed that the
nanoemulsion demonstrated a higher permeation (82.18 & 1.66 ng/cm?) when compared
to the nanoemulgel (72.21 & 1.71 pg/cm?), but this fact could simply be related to the
higher viscosity of the nanoemulgel, which can be beneficial where formulation retention
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at the application site is concerned. Moreover, the success of transdermal drug permeation
is influenced by several physicochemical properties, including particle size, zeta poten-
tial, and surface area. These factors play a pivotal role in determining the diffusion rate
and the formulation’s ability to penetrate the skin effectively. Since both formulations
have similar composition, in this context the surfactant Tween® 80 likely played a vital
role, by inducing lipid packing fluidization and optimizing the aqueous content in the
stratum corneum, through a skin lipid extraction method. Additionally, Span® 80, as a
cosolvent and cosurfactant, also exerted an impact on drug permeation, contributing to
these formulations’ favorable permeation profile. Furthermore, the combined effect of these
formulations” components probably reduced the epidermis’ barrier functions, providing
the formulations with an advantage in promoting transdermal drug delivery. Additionally,
the optimized nanoemulgel formulation displayed superior antibacterial effects compared
to nanoemulsion (Figure 7E). The nanoemulgel exhibited reduced minimum inhibitory
concentration (MIC) values against both Gram-negative bacteria (Escherichia coli, Klebsiella
pneumoniae, Pseudomonas aeruginosa) and Gram-positive bacteria (Staphylococcus aureus).
The formulation’s excipients and unique characteristics likely also contributed to its en-
hanced antibacterial activity. This improved effect was attributed to the nanoemulgel’s
ability to transiently open tight junctions on the bacterial membrane, thereby increasing
its antibacterial efficacy. Additionally, the presence of unsaturated fatty acids such as
lactic acid in the formulation, further contributed to its antibacterial properties, by causing
bacterial cell membrane rupture and eventual lysis. Therefore, overall, the nanoemulgel
demonstrated promising potential as an effective strategy for controlling bacterial growth
and promoting rapid healing. This is particularly critical in preventing the persistence of
bacterial strains in injured skin tissues. In conclusion, the developed omeprazole-loaded
chitosan nanoemulgel formulation represents a promising advancement in the field of
antimicrobial drug delivery, offering new opportunities to combat microbial infections
effectively and contribute to improved patient outcomes, while holding significant potential
for therapeutic benefits in targeted drug delivery through the skin.

Fungal infections pose a substantial public health concern, affecting a significant
number of individuals globally. Conventional antifungal therapies often encounter chal-
lenges such as drug resistance and limited efficacy, and hence the need for the exploration
of alternative treatment strategies arises [201-203]. In this context, another study, by
Vartak et al. [156], focused on the development and characterization of a novel Ebselen
nanoemulgel, intended for the effective treatment of topical fungal infections. Ebselen (EB)
is a well-established antioxidant and anti-inflammatory synthetic compound; nevertheless,
it has limited solubility in commonly used solvents [204-206]. But since it has been proven
to have reasonable solubility in dimethylacetamide (DMA), this cosolvent was selected
to be part of the formulation’s composition. The rest of the excipients were also selected
on a highest drug solubility basis, with Kolliphor® ELP being selected as surfactant, and
medium chain triglycerides (Captex® 300 EP/NF) as oil phase. Additionally, in order
to prevent drug precipitation and enhance formulation stability, a gelling polymer mix-
ture was added to the external phase, hence producing an O/W nanoemulgel. Different
polymers and polymer combinations were evaluated. This was achieved by mixing the
components in a 5:7 ratio of oil to surfactant, and then mixing the resulting nanoemul-
sion in a 1:1 ratio with the gel bases, to create the final nanoemulgels. Hydroxypropyl
methylcellulose (HPMC) K4M and Aquaphor, both present at a concentration of 0.5% w/w,
formed a clear system when combined with 1 mg of EB in DMA. However, an increase in
EB loading to approximately 2 mg caused immediate precipitation of EB. Similarly, when
EB was added to a Carbopol® 974P and Poloxamer 407 gel, at different gelling concentra-
tions and loading levels, precipitation of the drug occurred. In contrast, the nanoemulgel
prepared using Soluplus® showed a delayed precipitation effect. This polymer was also
proven to be an effective solubilizer for EB, hence playing a crucial role as both a solubility
and drug-loading enhancer, and a formulation viscosity enhancer and stabilizer. Optical
microscopy (Figure 8A) and scanning electron microscopy (SEM) (Figure 8B) images of
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EB-loaded nanoemulgels supported the stability of the Soluplus gel, when compared to all
other gel compositions, not showing any drug precipitation. In contrast, the HPMC K4M
nanoemulgels displayed distinct precipitation of EB throughout the system, manifesting as
large, irregularly shaped crystals with small oil globules. In the optimized Soluplus® spon-
taneously formed nanoemulgel, EB was present at 1% w/w, and the nanosystem revealed a
droplet size of 54.82 &+ 1.26 nm and zeta potential of —1.69 mV. Furthermore, the findings
of rheological studies showed that the optimized EB-loaded nanoemulgel displayed a non-
Newtonian fluidic behavior. The observed decrease in viscosity with increasing rotational
speed confirms the pseudoplastic behavior of the nanoemulgel, rendering it an ideal choice
for topical application. In the in vitro drug release study (Figure 8C), HPMC K4M and
Aquaphor nanoemulgels initially showed similar drug release, but after 24 h, the HMPC
K4M gel exhibited a three-times higher drug release. Interestingly, the release profile of
EB in a DMA solution was similar to that of the Soluplus® nanoemulgel, which demon-
strated approximately two- and four-times higher release than the HPMC and Aquaphor
formulations, respectively, after 24 h. Additionally, the optimized nanoemulgel exhibited a
controlled release profile. Furthermore, the membrane deposition study (Figure 8D), which
quantified the drug entrapped within the used membrane, showed that the nanoemulgel
prepared using Soluplus® displayed a significantly higher drug deposition, compared to all
other formulations, from 2.3- to 5-fold higher. Relating to the formulations” antifungal activ-
ity, resazurin, a redox indicator, was employed to assess the viability of fungal organisms,
more specifically, multi-drug-resistant Candida albicans and Candida tropicalis, in culture
plates. In a 48 h study, conducted in RPMI media, the EB-loaded optimized nanoemulgel
demonstrated potent antifungal activity, exhibiting an MIC of 20 uM, exhibiting higher
efficacy than the control, terbinafine hydrochloride (100 uM), a known antifungal drug. In
conclusion, the developed novel topical EB nanoemulgel revealed improved drug solu-
bility, membrane permeability, and deposition, and even displayed substantial antifungal
activity against Candida infections (with higher potency than terbinafine hydrochloride, a
commonly used antifungal agent), making it a potentially more effective alternative than
existing conventional treatments.
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Figure 8. (A) Optical microscopy images of the EB-loaded preliminary nanoemulgels, containing
either Soluplus® (a), HPMC (b), Poloxamer 407 (c), Carbopol® 974P (d), or Aquaphor (e); (B) scanning
electron microscopy images of the optimized nanoemulgels, either drug-loaded Soluplus® formulation
(i), Soluplus® vehicle (ii), drug-loaded HPMC formulation (iii), or HPMC vehicle (iv); (C,D) in vitro
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cumulative drug release (C) and membrane drug deposition (D) of the different EB-loaded na-
noemulgels; *** p < 0.0001;, DMA—dimethylacetamide; EB—Ebselen; HPMC—hydroxypropyl
methylcellulose; SBH—Soluplus®; adapted from Vartak et al. [156], reproduced with permission
from Elsevier (license number 5672000024708).

Mahtab et al. [157] also developed a novel formulation for fungal infection treatment,
namely, a transungual delivery system utilizing a nanoemulgel with ketoconazole for
the efficient management of onychomycosis, a prevalent fungal infection that affects the
nails and presents significant challenges in terms of treatment effectiveness and patient
adherence [207,208]. At first, different primary nanoemulsions were produced, using GRAS
excipients, with Labrafac ™ Lipophile WL1349 (medium-chain triglycerides of caprylic
(C8) and capric (C10) acids) as the oil phase (highest ketoconazole solubility capacity),
Polysorbate 80 as the surfactant, and PEG 400 as the cosurfactant. The surfactant and
cosurfactant were combined in varying weight ratios (1:0, 1:1, 1:2, 2:1, 3:1, 1:3, and 4:1), with
increasing concentrations of either the surfactant or cosurfactant in relation to each other.
After solubilization of the drug within it, the mixture of oil, surfactant, and cosurfactant was
then added dropwise to the aqueous phase, under moderate agitation on a vortex mixer, to
form the nanoemulsions. Subsequently, high-pressure homogenization was used to achieve
a desirable droplet size, and the resulting products were visually evaluated for clarity,
transparency, and flowability. The selected primary nanoemulsion, with a surfactant-
to-cosurfactant ratio of 3:1, revealed a mean droplet size of 77.52 £ 0.92 nm, a PDI of
0.128 £ 0.035, a zeta potential of—5.44 + 0.67 mV, a pH of 6.2 & 0.34, and a viscosity of
20.00 £ 1.24 cP. Additionally, stability studies confirmed the physicochemical stability of
the system for 3 months, with the optimized nanoemulsion only showing very negligible
changes in the previously evaluated parameters, with no phase separation of floccula-
tion being observed. From the optimized nanoemulsion, nanoemulgels were prepared
by adding Carbopol® Ultrez 21 as gelling agent, glycerin as humectant, methylparaben
playing the role of antimicrobial agent, thioglycolic acid as a penetration enhancer, and
aminomethyl propanol as a pH-adjusting agent, to achieve a pH in the range of 6 to 6.5.
Different nanoemulgels were prepared, using a combination of high-pressure homogeniza-
tion and ultrasonication techniques, with different ratios of Carbopol-to-thioglycolic acid:
0.5t01.0,1.0 to 1.5, and 1.5 to 1.0. Among these variations, the 1.0 to 1.5 proportion was
found to have the best visual appearance, being glossy, creamy, viscous, and having a smooth
and homogeneous texture, with no signs of phase separation, and was therefore selected
for further studies. The physicochemical properties of the optimized nanoemulgel were
extensively characterized, including pH (6.4 & 0.24), viscosity (1142 + 10.33 cP), spreadability
(3.5 4+ 0.22 g cm/s), extrudability (1.4 + 0.56 g/cm?), firmness (13450 + 231 g), consistency
(6133 = 19 g s), cohesiveness (169 £ 2.23 g), and adhesiveness (20.4 &= 0.81 g). Additionally,
in vitro drug release studies showed that the optimized nanoemulgel exhibited sustained
release of ketoconazole from the nanoemulgel over time, suggesting its potential for pro-
longed therapeutic effectiveness. The observed sustained release pattern indicates that the
formulation was able to release the drug gradually over time, which can be potentially
beneficial for treatment outcomes, as it might ensure a continuous and prolonged presence
of the antifungal agent at the site of infection. Moreover, ex vivo transungual permeation
results, in a goat hooves model, showed that the optimized nanoemulgel demonstrated
higher drug permeation (77.54 & 2.88%) when compared to the primary optimized na-
noemulsion (62.49 + 2.98%) and an aqueous drug suspension (38.54 £ 2.54%) during a
period of 24 h. Additionally, the nanoemulgel’s antifungal activity was assessed against
clinical isolates of dermatophytes, namely, Trichophyton rubrum and Candida albicans, using
the agar diffusion method. The ketoconazole-loaded nanoemulgel displayed superior
antifungal activity when compared to a conventional gel, with a larger zone of inhibition,
highlighting its potential for better therapeutic outcomes. The developed formulation’s
skin irritation potential was also assessed on rats, with the nanoemulgel showing minimal
skin irritation, with no significant signs of erythema or edema, compared to the positive
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control. In addition, the histopathological analysis showed no significant pathological
changes, indicating its safety for topical application. Therefore, overall, the results suggest
that the optimized nanoemulgel holds promise as an effective delivery system for nail
fungal infection treatment.

Another study, by Almostafa et al. [158], also focused on the development of a novel
approach to combat skin bacterial infections, using a nanoemulgel formulation containing
fusidic acid (FA) and myrrh oil. FA is a potent antibiotic, effective against a panoply of Gram-
positive bacteria, but it has poor water solubility, which poses a significant challenge for its
effective formulation [209-211]. Myrrh oil, a traditional herbal extract, was used to modify
and enhance the transdermal delivery of FA. In addition to these components, Tween®
80 was used as a surfactant, Transcutol® P as a cosurfactant, and CMC as a viscosifying and
gelling agent. In initial studies, it was observed that increasing oil concentrations led to a
relative increase in particle size for all preliminary nanoemulsions. Contrarily, a decrease
in nanoemulsion particle size was observed with an increase in surfactant concentration,
while keeping the oil concentration constant, due to a reduction in surface tension. The
particle size of all developed preliminary nanoemulsions ranged from 116 to 226 nm.
Moreover, the in vitro release of FA from the fabricated nanoemulsion formulations was
evaluated, and results showed that the percentage of FA released from all nanoemulsion
formulations ranged from 40.1 to 75.6%, exhibiting a controlled release profile. Increasing
oil concentration resulted in a decrease in the percentage of FA released, due to the resulting
larger particle size, since it provides a smaller surface area. On the other hand, increasing
Tween 80 and Transcutol P concentrations led to a substantial increase in the percentage
of FA release, which can be attributed not only to these excipients’ strong solubilizing
ability, but also to the resulting smaller particle size. Hence, overall, the particle size of the
formulations was revealed to have a crucial role in the drug release process, as systems
with smaller particle sizes achieved maximum drug release. The preliminary nanoemulsion
formulation was hence transformed into a nanoemulgel by adding CMC to the external
phase, and this formulation was also characterized for relevant parameters. The pH value
for the FA nanoemulgel formulation was found to be within an acceptable range at 6.61,
making it potentially safe for topical application and minimizing the risk of skin irritation.
The viscosity was also measured to assess the formulations’ rheological behavior, as this
influences drug diffusion and in vitro release. The viscosity of the developed nanoemulgel
was found to be 25265.0 cP, higher than that of the corresponding CMC gel formulation,
15245.0 cP, which was also measured for comparison purposes. Hence, both fell within an
appropriate range for topical application. The spreadability, which determines whether the
uniform application of the formulation on the skin is possible or not, was also determined.
Results showed that the FA gel exhibited a spreadability of 40.5 mm, while the nanoemulgel
formulation had a spreadability of 33.6 mm, both indicating excellent spreadability despite
the observed difference between the two formulations. The formulations were also studied
for stability during storage at 4 °C and 25 °C, for 1 and 3 months, and both showed
nonsignificant variation in physical properties under all studied conditions, compared
to their freshly prepared counterparts. The in vitro drug release (Figure 9A) of FA from
the developed gel and nanoemulgel formulations was also evaluated and compared to
an FA suspension. The results revealed that the drug was completely released from
the suspension after 120 min, reaching 99.5% of cumulative release. In contrast, the
FA gel and nanoemulgel formulations released 80.3% and 59.3% of FA after 180 min,
exhibiting a more controlled release profile, as is intended for topically applied formulations.
These results can be explained by the substantially increased viscosity of the gel and,
especially, the nanoemulgel formulations, which slowed down the diffusion of the drug
from the formulations and into and through the membrane. Additionally, the nanoemulgel
formulation could have acted as a drug reservoir, where the drug passed from the inner
phase to the outer one, further slowing the release rate. Furthermore, FA release from
both preparations remained consistent during storage (Figure 9C,D), when compared
to freshly prepared formulations. The results confirm the stability of the formulations
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and demonstrate the efficacy of nanoemulgels as nanocarriers. Skin permeability studies
(Figure 9B) were also conducted, with the permeability of FA when incorporated into
different formulations being evaluated using excised animal skin. The results further
supported the potential of the developed formulations, since they showed that the FA
nanoemulgel exhibited the highest permeability, followed by the FA gel, and only then the
FA suspension, which exhibited the lowest skin permeability. This proven superiority of
the nanoemulgel and gel formulations when compared to the drug suspension could be
due to the incorporation of Transcutol P, a known effective permeation enhancer, especially
effective in increasing permeation through the skin (more specifically, the stratum corneum),
which certainly contributed to the significantly improved drug permeation profile through
rat skin. The safety of the developed formulations was also tested, with the animals’ back
skin being treated with the test formulations, and then undergoing a thorough examination
to check for any sensitivity reactions. Fortunately, no signs of inflammation, irritation,
erythema, or edema were observed on the inspected area during the entire 7-day study
period. These results indicate that the formulations are potentially safe and well tolerated
by the skin, without causing any adverse reactions or sensitivity issues. Moreover, the
antibacterial activity of the developed FA nanoemulgel was evaluated (Figure 9E) against
various microorganisms and compared to a placebo nanoemulgel and a common marketed
cream. The FA nanoemulgel showed significant antibacterial activity against Staphylococcus
Aureus, Bacillus subtilis, and Enterococcus faecalis, with a larger inhibition zone than the
placebo or the marketed cream. Moreover, both the FA-loaded nanoemulgel and the
placebo nanoemulgel exhibited significant inhibition zones against Candida albicans, Shigella,
and Escherichia coli, while the marketed cream showed a negative effect against these
bacteria. The combination of FA and myrrh oil in the developed nanoemulgel likely
contributed to this enhanced antibacterial activity. In conclusion, FA was successfully
incorporated into a nanoemulgel prepared with myrrh essential oil, showing good physical
properties for topical application, enhanced skin permeation, no skin irritation, and potent
antibacterial and antifungal activity, against several different types of microorganisms,
with the combination of FA and myrrh essential oil showing synergistic effects. Hence,
the results demonstrated that the developed nanoemulgel showed promise as a potential
topical or transdermal drug delivery system for the treatment of skin bacterial or fungal
infections, offering a new platform for innovative and effective topical treatments, and
providing a basis for future research and clinical applications in dermatology.
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Figure 9. (A) In vitro FA release profiles from the developed nanoemulgel (FA-NEG), compared
to a conventional gel (FA-G) and a drug suspension (Free FA), where * p < 0.05 compared to the
drug suspension, and @ p < 0.05 compared to the conventional gel; (B) ex vivo FA permeation
profiles, across rat skin, from the developed nanoemulgel (FA-NEG), compared to a conventional
gel (FA-G) and a drug suspension (Free FA), where * p < 0.05 compared to the drug suspension, and
#p < 0.05 compared to the conventional gel; (C,D) variation of the in vitro drug release during stability
studies, under storage at 4 °C and 25 °C for 1 and 3 months, for the developed nanoemulgel (C) and
conventional gel (D) formulations; (E) inhibition zone diameter photographs after treatment with the
developed FA-loaded nanoemulgel (A), placebo nanoemulgel (B), or marketed FA formulation (C),
on Bacillus subtilis (1), Staphylococcus aureus (2), Enterococcus faecalis (3), Candida albicans (4), Shigella
(5), and Escherichia coli (6); FA—fusidic acid; adapted from Almostafa et al. [158], reproduced with
permission from MDPI (Creative Commons CC BY 4.0 470 license).

2.3. Skin Cancer

Skin cancer is a prevalent form of cancer with increasing incidence rates worldwide.
Conventional treatment options often come with limitations, such as systemic side effects
and inadequate skin permeation [212-214]. To fight these limitations, Nagaraja et al. [142]
also developed a novel topical nanoemulgel formulation, incorporating nanosized droplets
encapsulating the drug, chrysin, a flavonoid with proven anticancer potential, into a gel
matrix for improved drug delivery and extended release, aiming for it to be an effective skin
cancer treatment [215-217]. Stable lipid-based nanoemulsifying preconcentrates containing
chrysin, made of Capryol® 90 (oil and hydrophobic surfactant), Tween® 80 (hydrophilic
surfactant), and Transcutol® HP (cosurfactant and cosolvent), were designed to be easily
reconstituted in a gel base made of Pluronic® F127 (gelling agent). The formulation compo-
nents were selected in order to achieve the highest chrysin solubilization and, consequently,
drug strength in the final formulation. Additionally, a surfactant mixture of 2:1 of Tween®
80 to Transcutol® HP was proven to be the best combination for highest solubilization. The
physicochemical characterization of the nanoemulsifying drug delivery system showed its
small particle size (Figure 10A), of less than 300 nm, a good homogeneity, with a PDI value
around 0.26, indicating narrow droplet size distribution, and a negative zeta potential value,
of about —15 mV, indicative of reasonable formulation stabilization potential. Moreover,
the formulation was further stabilized by the incorporation of the oil droplets in a semisolid
gel base. The chrysin-nanoemulsifying preconcentrate was added to water containing
the gelling agent, Pluronic® F-127, at 10 °C, for easier mixture and overall nanoemulgel
preparation, due to this polymer’s thermosensitive properties. In addition, the droplet size
and PDI values of the system did not change significantly after a 3-month storage period,
hence ensuring its good stability under the studied conditions. Regarding the results of
the performed ex vivo permeation studies (rat abdominal skin), while a chrysin conven-
tional Pluronic® gel base, used as control, showed poor penetration through the skin, the
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developed nanoemulgel exhibited a superior performance due to the presence of nanosized
droplets, which resulted in better and faster skin permeation. In vitro cytotoxicity studies
of the developed chrysin nanoemulgel were performed on various skin cancer cell lines,
including A375 (human melanoma, Figure 10B), A375.52 (human melanoma), SK-MEL-2
(human melanoma, Figure 10C), B16-F1 (murine melanoma), and A431 (human epidermoid
carcinoma). Results showed that chrysin had matrix metalloproteinase-2 inhibitory activity,
leading to a strong antiproliferative effect, with cell mobility and migration inhibition, with
the developed nanoemulgel having a better performance than the control formulation,
leading to deeper changes in cancer cell morphology. Furthermore, biocompatibility tests
were also carried out, on L929 cells (noncancerous murine cells), which showed no changes
in cell growth, therefore making the developed formulation safe for topical application. In
conclusion, the incorporation of chrysin into a topical nanoemulgel formulation resulted
in a significant enhancement of its therapeutic response in cytotoxicity studies, with the
developed drug delivery platform technology exhibiting substantial advantages when
compared to conventional formulations, such as its versatility, extended skin permeation,
and retention, and the ability to potentially reduce systemic drug absorption.

A different study, by Algahtani et al. [159], aimed to develop a novel formulation that
combined the immunomodulatory effects of imiquimod (IMQ) and the anti-inflammatory
properties of curcumin (CUR), for skin cancer treatment, using a nanoemulgel delivery
system (Figure 11A). IMQ is a commonly used chemotherapeutic agent for skin can-
cer [218,219]. On the other hand, the combination with CUR has been shown to improve
the therapeutic effectiveness of various chemotherapeutics, with this molecule also having
intrinsic anticancer properties [220,221]. Nevertheless, the topical delivery of IMQ and
CUR can be difficult due to their poor solubility and low skin penetration properties, and
IMQ has been shown to lead to psoriasis-like lesions when applied topically [222,223].
Hence, the purpose of the incorporation of both IMQ and CUR into a topical nanoemulgel
was to not only enhance drug permeation and provide sustained release of these drugs,
but also reduce IMQ’s topical side effects, leading to improved therapeutic outcomes for
skin cancer patients. For the selection of the most adequate excipients, IMQ solubility
studies were performed at room temperature, and results showed that this drug’s solubility
was maximized in oleic acid, in the oil category, which best mixed with Tween® 20, in
the surfactant category, and Transcutol® HP, in the cosurfactant/cosolvent category, to
form a stable nanoemulsion system through spontaneous emulsification, an advantageous
low-energy method. Different ratio mixtures of oil and surfactant/cosurfactant were tested,
and the different nanoemulsions were formed by addition of the aqueous phase. The
preparation procedure included the accurate weighting of the necessary quantity of CUR
and dissolving it completely in a homogeneous mixture of oil, surfactant, and cosurfactant,
with the help of vortex mixing. Then, the aqueous phase was added, and the mixture
was vortexed again. Clear, easily flowable, and transparent formulations were selected for
further studies and characterized for relevant parameters. The analysis showed that the
optically clear nanoemulsion formulations were composed of fine dispersed droplets in
nanosized dimensions, ranging between 91.07 and 98.88 nm (Figure 11B). An increase in
oil droplet size was correlated with an increase in oleic acid concentration and a decrease
in surfactant/cosurfactant concentration. The zeta potential of the droplet surface was
negative, ranging from —10.9 to —35.8 mV (Figure 11B), due to the presence of anionic
groups in the fatty acids and glycols present in the nanoemulsions’ composition. This could
be a potential advantage, as nanoemulsion droplets with a negative zeta potential tend
to be more able to penetrate deeper in the skin. For the thermodynamic stability studies,
the nanoemulsion formulations were subjected to stress conditions, namely, centrifuga-
tion, and heating—cooling and freeze-thaw cycles. Results confirmed their stability, since
they did not show any physical changes such as phase separation, creaming, cracking, or
coalescence. The final selected preliminary nanoemulsion formula, with a drug strength
of 15 mg/mL, had a high percentage of drug content of 99.26%, a narrow droplet size
distribution (10.57 nm) with a PDI of 0.094, a negative zeta potential of —18.7 mV, and a
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viscosity of 125.48 cP. The in vitro drug release for the optimized nanoemulsion was also
performed (Figure 11C) using the dialysis bag technique. The release of IMQ from an
aqueous suspension (control) was just 11% at 24 h, while the release from the preliminary
nanoemulsion, containing IMQ only, was quite high, being around 92%. The incorporation
of CUR into the nanoemulsion did not affect the release of IMQ, since the drug release
from the formulation combining both drugs was 92.84% for IMQ and 83.94% for CUR.
The selected nanoemulsion was then transformed into a nanoemulgel by incorporating
Carbopol® 934 as the gelling agent. The nanoemulgel had a mean droplet size of 78.39 nm
and PDI of 0.254, which were still considered adequate for system stability and topical
application. In spreadability studies, the spreading factors of the placebo nanoemulgel,
the IMQ-loaded nanoemulgel, and the IMQ-CUR-loaded nanoemulgel were found to be
equivalent, being equal to 0.82 cm? /m, 0.85 cm? /m, and 0.87 cm? /m, respectively. Hence,
all formulations showed good extrudability potential from the container tube, adequate
for patient-friendly applications. The overall drug content in the final nanoemulgel for-
mulation was quite high, being around 99%, and the measured pH was 5.5, adequate in
order to minimize skin irritation, since the ideal value is between 5 and 6. Ex vivo skin
permeation and deposition studies were then performed in rat skin using Franz diffusion
cells. Again, different formulations were compared, namely, the placebo nanoemulgel, the
IMQ-loaded nanoemulgel, and the IMQ-CUR-loaded nanoemulgel. Formulations were
introduced in the donor compartment, and the aliquots were taken at specified periods
of time, filtered, and analyzed using UV-visible spectrophotometry. The tape stripping
technique was used to determine the amount of drug deposited on the skin layer. The
skin deposition of IMQ from the IMQ-nanoemulgel was 1205.2 pg/cm?, and 1367 pg/cm?
from the IMQ-CUR-nanoemulgel, which was 5 times higher than that obtained from a
conventional gel formulation (control). CUR skin deposition was also around 9 times
higher (5178 ug/cm?) in the developed IMQ-CUR-nanoemulgel than in the conventional
gel formulation (570 pg/cm?). The percutaneous IMQ drug flux was also determined, being
equal to 0.042 pg/cm? h for the IMQ-nanoemulgel, and 0.071 pg/cm?.h for the IMQ-CUR-
nanoemulgel, which was around 18 times higher than for the conventional gel formulation
(0.004 ug/cm?.h). Hence, the developed nanoemulgel showed an improved permeation
profile when compared to a conventional gel formulation, with the nanoemulgel containing
both IMQ and CUR displaying apparent synergistic effects. In vivo studies were also
performed, on mice, and skin pathological changes after 10 days of topical application of
different formulations were monitored. Psoriasis-like symptoms started to appear on mice
treated with the IMQ conventional gel formulation from the 2nd day of application and
worsened until the 10th day. On the other hand, mice treated with the IMQ-nanoemulgel
exhibited a delayed appearance of these symptoms, which was possibly correlated with
a more controlled drug release from the formulation. Fortunately, the application of the
IMQ-CUR-nanoemulgel did not lead to the appearance of psoriasis-like symptoms, which
was connected with the antipsoriatic activity of CUR. Additionally, on the 11th day after
the application of the formulations on the skin, the skin was collected for histopathology
analysis (Figure 11D). While untreated skin showed regular epidermis and dermis, skin
treated with the conventional gel showed hyperkeratosis, parakeratosis, acanthosis, and
epidermal infiltrates. The IMQ-nanoemulgel treated skin showed comparable results, but
less thickening of the epidermis layer, but the skin treated with the IMQ-CUR-nanoemulgel
showed similar characteristics to untreated normal skin, with only a reduced number of
infiltrates being observed. Hence, a stable nanoemulgel with optimal rheological prop-
erties, allowing easy spreadability on the skin, exhibiting high encapsulation efficiency
for both IMQ and CUR, with sustained release profiles and enhanced permeation across
the skin barrier, was successfully developed, while reducing psoriasis-like lesions in an
animal model.
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Figure 10. (A) Developed chrysin nanoformulation’s droplet size and size distribution, with trans-
mission electron microscopy image (left), scanning electron microscopy image (middle), and photon
cross-correlation spectroscopy results (right); (B) A375 cells” morphological observation and growth
inhibition after no treatment (control cells, a), treatment with chrysin solution (b), or treatment with
the developed chrysin nanoemulgel (c), and respective in vitro cytotoxicity profile (cell viability %)
(d); (C) SK-MEL-2 cells” morphological observation and growth inhibition after no treatment (control
cells, a), treatment with chrysin solution (b), or treatment with the developed chrysin nanoemulgel
(c), and respective in vitro cytotoxicity profile (cell viability %) (d); adapted from Nagaraja et al. [142],
reproduced with permission from MDPI (Creative Commons CC BY 4.0 470 license).
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2.4. Skin Inflammatory Diseases

Psoriasis is a chronic inflammatory skin disorder affecting millions of individuals
worldwide, being characterized by abnormal keratinocyte proliferation and inflammation.
Current treatment options have limitations; hence, there arises the need for the develop-
ment of novel and effective therapies [224-226]. In this context, another study, by Pund
et al. [146], investigated the transcutaneous delivery of leflunomide, an immunomodu-
latory drug, using a nanoemulgel formulation for the treatment of both melanoma and
psoriasis [227-229]. Based on leflunomide solubility studies, the excipients selected to form
the preliminary O/W nanoemulsion were Capryol® 90, Cremophor® EL, and Transcutol®
HP, as oil base, surfactant, and cosolvent, respectively. These components were found to
have good miscibility with each other, and the formed preliminary nanoemulsion was
transformed into a nanoemulgel by incorporating it into a gel matrix made of Pluronic®
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F-127. The preliminary nanoemulsions were evaluated for droplet size, which was found
to be in the range of 98.7 to 280.92 nm, with a PDI between 0.2 and 0.3, indicative of
narrow size distribution, and a slightly negative zeta potential of —7,8 mV. These character-
ization parameters were also measured in the nanoemulgel, with no significant changes
being observed. Regarding the nanoemulgel’s viscosity, the shear thinning nature of the
poloxamer gel was demonstrated by the decrease in viscosity at higher shear rates, which
allows for effortless dispensing of the product from the container and smooth application
on the skin. Additionally, the nanoemulgel demonstrated potent antipsoriatic activity
by inhibiting the proliferation of human keratinocytes (HaCaT cell line) and reducing
proinflammatory cytokine levels, such as interleukin-6 and tumor necrosis factor-alpha.
The suppression of these proinflammatory cytokines is crucial in mitigating the inflam-
matory response associated with psoriasis. Moreover, the developed formulations also
exhibited antipsoriatic activity by effect on leukocyte infiltration and keratinocyte pro-
liferation. Furthermore, the nanoemulgel displayed significant antimelanoma activity
by inducing apoptosis in A375 and SK-MEL-2 melanoma cells and inhibiting tumor cell
proliferation. These effects were attributed to the cytotoxicity of leflunomide, which can
target multiple signaling pathways involved in cancer growth and survival. Safety assays
involved systemic biocompatibility assessment, by hemolytic toxicity evaluation, with
results showing that the nanoemulgel had a minimal 0.25% hemolytic toxicity compared to
the positive control (Triton-X), suggesting its compatibility with blood cells and potential
for reducing the risk of adverse effects. In conclusion, the development and characterization
of a novel leflunomide-loaded nanoemulgel was successful, with the results indicating
that the developed formulation possesses favorable physicomechanical characteristics
for transcutaneous delivery and exhibiting promising in vitro antipsoriatic and antime-
lanoma activity, suggesting its potential as a novel therapeutic approach for the treatment of
these diseases.

In another study, by Shehata et al. [160], the authors presented the development,
characterization, and optimization of a novel eucalyptus-oil-based nanoemulgel loaded
with meloxicam (Figure 12A) aimed at enhancing the anti-inflammatory efficacy of the
drug for topical application. Nonsteroidal anti-inflammatory drugs, such as meloxicam
(MX), have been widely used to alleviate inflammatory conditions; however, their ap-
plication is often limited by issues like systemic toxicity and poor drug delivery to the
targeted site [230,231]. To overcome these limitations, a nanoemulgel formulation was
designed to facilitate controlled drug release and improve local drug concentration, as
chronic inflammation is a critical pathophysiological process associated with numerous
dermatological disorders with a strong inflammatory basis, hence necessitating effective
and targeted therapeutic interventions. Therefore, in their research, several preliminary
nanoemulsion formulations were developed by carefully blending specific ingredients.
To create the oily phase, 1% (w/w) of MX was combined with a precise amount of euca-
lyptus oil and a cosolvent/cosurfactant, Transcutol® P. For the aqueous phase, varying
quantities of Tween® 80 (as a surfactant) and PEG 400 (as a cosurfactant) were mixed with
distilled water. The two phases were then meticulously merged, but achieving a well-
mixed and stable nanoemulsion required high shear homogenization, so the formulation’s
homogeneity was further enhanced by sonication. Additionally, the high solubility of
meloxicam in the various components further confirmed their suitability as part of the
formulation’s composition, with solubility values of 216 + 11 mg/mL in eucalyptus oil,
130 & 10 mg/mL in Tween® 80, 68 + 6 mg/mL in Transcutol® P, and 146 4+ 5 mg/mL in PEG
400. In the pursuit of optimal formulations, several nanoemulsions incorporating MX were
developed, with different excipient proportions. Remarkably, all formulations exhibited
excellent stability at room temperature, showing no signs of phase separation. The devel-
oped nanoemulsions displayed particle sizes within the nanometric range, ranging from
139 £ 2.31 to 257 £ 3.61 nm. Predictably, an increase in oil concentration led to larger
particle sizes, likely due to a corresponding increase in the dispersed phase. Conversely,
when the surfactant concentration was increased, while keeping the o0il concentration con-
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stant, the formulation’s particle size decreased, a finding that aligned with previous studies,
which reported an inverse relationship between nanoemulsion particle size and surfactant
concentration. The results of the in vitro drug release studies (Figure 12B) performed on
the preliminary nanoemulsions showed that the percentage of MX released from the NE
formulations varied between 55.0 &= 2.8% and 87.6 £ 3.9% after 6 h, hence exhibiting a
controlled release profile. Notably, increasing the oil concentration in the preparation led
to a decrease in MX release, likely due to the larger particle size, resulting in a smaller
surface area available for drug release. The optimized nanoemulsion formulation was then
transformed into a nanoemulgel by integrating HPMC as the gelling agent. A conventional
HPMC gel formulation, containing MX, was also developed, for comparison purposes.
Both the MX-loaded nanoemulgel and the MX-gel formulation appeared smooth, homoge-
nous, and physically stable, demonstrating drug distributions above 99.3%, indicating a
uniform dispersion of the drug. Additionally, both formulations, and especially the MX-
nanoemulgel formulation, showed suitable viscosity for easy skin application (Figure 12C)
and satisfactory spreadability (Figure 12D). Moreover, stability assessment, over 1 and
3 months, showed nonsignificant variations in the MX-nanoemulgel formulation’s charac-
terization parameters. In vitro drug release comparison revealed that the MX-nanoemulgel
exhibited a lower percentage of drug release (39.4 + 3.7%) compared to the MX-gel
(52.1 £ 4.2%) and the optimized preliminary nanoemulsion (83.9 & 2.41%), hence exhibiting
a more controlled release pattern. This could be attributed to the incorporation of HPMC
into the formulation’s external phase, resulting in a slower drug release due to increased
viscosity. Nevertheless, the results of the ex vivo skin permeation study (Figure 12E), across
rat skin, supported the superiority of the developed nanoemulgel when compared to the
other formulations, since it was observed that after 6 h a significantly greater amount of
MX permeated from the nanoemulgel formulation, with a steady-state transdermal flux
value of 141.28 +9.17 ug/ cm?, compared to the permeation from the MX-gel formulation,
which showed a value of 84.28 4 10.83 pg/cm?. The permeation of the MX-nanoemulgel
was found to be enhanced by 1.68-fold when compared to the conventional MX-gel. This
increased permeation of the drug from the nanoemulgel formulation can be attributed to
its small particle size, leading to a larger surface area than the conventional gel formulation,
since by incorporating the drug into nanosized globules its permeation through the skin
layer is facilitated. Furthermore, the presence of Tween® 80, PEG 400, and Transcutol®
P in the formulation also played a vital role in enhancing MX permeation from the na-
noemulgel, due to these surfactants/cosurfactants’ capacity for increasing drug permeation
through biological barriers. Moreover, according to the skin irritation tests performed on
animals treated with the developed topical MX-nanoemulgel to ensure the safety of the
formulation, no irritation, erythema, or edema were observed, indicating its safety. In
addition, an in vivo anti-inflammatory study (Figure 12F), in which edema was induced in
the rats” hind-paw, was also performed. The thickness of the edema directly correlated with
the percentage of inflammation. After 12 h, inflammation percentages were 81.3 & 6.4%,
59.8 & 6.4%, 41.5 & 4.6%, and 27.8 % 5.7% for the control group, placebo (nanoemulgel vehi-
cle, with no drug), MX-gel, and MX-nanoemulgel groups, respectively. The placebo group’s
reduced inflammation percentage, when compared to the control group, confirmed the anti-
inflammatory effects of eucalyptus oil. Furthermore, the MX-nanoemulgel-treated group
demonstrated a significantly higher anti-inflammatory effect when compared to the MX-gel
group, suggesting the nanoemulgel’s greater anti-inflammatory effect due to improved skin
permeability. Hence, the study provided evidence of eucalyptus oil’s anti-inflammatory
effects, and its synergistic action with MX, making the developed nanoemulgel a promising
option for treating inflammation-related skin conditions. In conclusion, an MX-loaded
nanoemulgel was successfully developed and optimized, offering a promising nanocarrier
topical formulation for enhanced drug delivery, good adhesion, and easy application onto
the skin.
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Figure 12. (A) Schematic representation of the developed MX and eucalyptus oil nanoemulgel,
including performed physicochemical and efficacy characterization studies; (B) in vitro drug release
profiles of the developed preliminary MX-nanoemulsion (MX-NE), conventional MX-gel (MX-G),
and MX-nanoemulgel (MX-NEG), with * p < 0.05 compared to the preliminary MX-nanoemulsion,
and # p < 0.05 compared to the conventional MX-gel; (C,D) stability profiles of the developed MX-
nanoemulgel formulation, after 1 and 3 months, under storage at 4 °C and 25 °C, in what concerns
viscosity (C) and spreadability (D); (E) ex vivo drug permeation profiles of the developed preliminary
MX-nanoemulsion (MX-NE), conventional MX-gel (M-G), and MX-nanoemulgel (MG-NEG), with
*p <0.05 compared to the preliminary MX-nanoemulsion, and $ p < 0.05 compared to the conventional
MX-gel; (F) anti-inflammatory effects of various formulations on rat hind-paw edema, including
the developed MX-nanoemulgel (MG-NEG), a conventional MX-gel (M-G), a placebo formulation
(nanoemulgel vehicle with no drug), and a control group (no treatment), with * p < 0.05 compared
to the control group, $ p < 0.05 compared to the placebo group, and # p < 0.05 compared to the
conventional MX-gel group; MX—meloxicam; adapted from Shehata et al. [160], reproduced with
permission from MDPI (Creative Commons CC BY 4.0 470 license).
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A different study, by Abdallah et al. [161], focused on the preparation, characteriza-
tion, and evaluation of a topical nanoemulgel containing brucine as an active substance
(Figure 13A). Brucine is a natural alkaloid produced from Strychnos nux-vomica L. seeds.
This plant-derived molecule has been used in traditional medicine to relieve arthritis and
traumatic pain [232,233]. Aside from having antitumor and antiangiogenic activities, it
has relevant anti-inflammatory and antinociceptive effects. Nevertheless, its clinical use
is limited due to high lipophilicity, and consequent low water solubility, and to high tox-
icity, especially in oral administration [234-236]. Hence, the study aimed to develop a
nanoemulgel containing brucine for anti-inflammatory and antinociceptive topical effects,
hence increasing its targeted delivery and decreasing systemic side effects. A preliminary
nanoemulsion was formulated first by mixing brucine with a suitable oil (myrrh oil), sur-
factant (Tween® 80), cosurfactant (PEG 400), and cosolvent (ethyl alcohol), and then adding
water. This formulation was then transformed into a nanoemulgel by incorporating it
into a gel matrix, with sodium carboxymethyl cellulose as gelling agent, followed by a
high-energy homogenization technique—high-pressure homogenization plus sonication.
The droplet size of the developed nanoemulgel was evaluated and compared to that of
an emulgel (same composition, but without high-energy homogenization), with results
showing that the droplet size of the nanoemulgel (151 + 12 nm) was 10-fold smaller than
the droplet size of the emulgel (1621 4 77 nm), hence showing significant improvement and
displaying the relevance of the use of the high-pressure homogenization plus sonication in
order to obtain the adequate nanometric size. The PDI values were also determined, which
were 0.631 for the emulgel and 0.243 for the nanoemulgel, hence indicating monodispersity
for the nanometric formulation (PDI value of less than 0.3), and further confirming the
superiority of the nanoemulgel when compared to the emulgel formulation. Furthermore,
a morphological evaluation of the nanoemulgel did not detect crystals of brucine, which
indicated adequate drug solubility. Moreover, the brucine-loaded nanoemulgel showed
adequate spreadability (48.3 £ 1.8 mm) and viscosity (62650 =+ 700 cP) for topical appli-
cation, comparable to those obtained for the emulgel and a conventional gel formulation
(containing carboxymethyl cellulose). The in vitro drug release studies (Figure 13B) showed
that brucine release from all developed formulations was lower and slower than that from
a drug solution (99.5 £ 1.3%), hence exhibiting controlled release profiles. The amount of
brucine released from the conventional gel formulation was greater (69.07 & 2.54%) than
that released from the emulgel (47.0 & 4.32%) or nanoemulgel (58.6 & 4.3%), probably
due to a higher aqueous content in the gel formulation. Furthermore, stability studies
showed that there were no changes in the color, homogeneity, spreadability, viscosity, or
in vitro drug release of the nanoemulgel under the studied conditions (4 °C and 25 °C),
hence making the developed formulation highly stable. Nevertheless, despite having a
sustained drug release, the developed nanoemulgel formulation showed a superior drug
permeation to all other formulations in ex vivo rat skin permeation studies using Franz
diffusion cells (Figure 13C). Results showed that the best permeation through the skin was
in fact attributed to the brucine-loaded nanoemulgel, and the worst to the brucine solution.
Additionally, the cumulative amount of drug permeated from the nanoemulgel was sub-
stantially higher than from the other tested dosage forms. Moreover, the anti-inflammatory
effects of the brucine-loaded nanoemulgel were evaluated using a carrageenan-induced
paw edema animal model (Figure 13D). The animals were treated with the nanoemulgel
formulation, and the degree of paw swelling was measured. Results showed a signifi-
cant increase in the inflammation of the control and placebo groups after 4 h. The group
treated with an oral drug solution reached the highest inflammation after 3 h, although
it was lower than the control or placebo groups. Additionally, there were no significant
differences between the brucine-loaded topical gel application and oral administration
groups. Nevertheless, the brucine-loaded topical nanoemulgel group showed maximum
inflammation after 1 h of treatment, with a remarkable decrease in swelling after 12 h.
This result could be attributed to the nanoscale size of the nanoemulsion and the high
penetration of the nanoemulgel through rat skin. Hence, a significant reduction in paw
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edema compared to the control groups indicated potent anti-inflammatory activity of the
developed nanoemulgel. The antinociceptive effects of the developed formulations were
also assessed using the acetic-acid-induced writhing test and hot plate test (Figure 13D). In
the acetic-acid-induced writhing test, the formulations were administrated to the animals
and then the number of abdominal writhing movements recorded. A reduction in writhing
movements indicated the antinociceptive potential of a given formulation, and results
showed that the developed nanoemulgel led to a significant reduction in the number of
abdominal writhing movements, leading to a greater inhibition than all other groups. In
the hot plate test, the animals were placed on a hot plate, at a temperature of 55 °C. Then
the time that elapsed from when the animal was put on the hot plate until any reaction
was produced was measured. Antinociceptive effects, produced from formulation adminis-
tration, will increase the time until the animals react. Results showed that the maximum
antinociceptive effect by oral administration was reached after 1.5 h and after 3 h for topical
application. The brucine-loaded nanoemulgel showed greater antinociceptive effects than
gel and emulgel dosage forms, which, again, can be due to the larger surface area and
nanosized particles, which improve the penetration of brucine through the stratum corneum,
and hence enhance its absorption to reach better antinociceptive effect. Skin irritation
studies were also performed, in order to assess the safety of the developed formulations.
Sensitivity reactions, such as edema or erythema, were monitored in the animals at 1, 8, and
24 h post-treatment. Results showed that there were no signs of erythema or edema after
24 h of treatment with the different brucine formulations, hence meaning that they were
in fact well-tolerated and not skin-sensitizing. Therefore, the developed brucine-loaded
nanoemulgel may be a safe and well-tolerated drug delivery vehicle for topical application,
also having high efficacy in permeating the skin, and producing anti-inflammatory and
antinociceptive effects.
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Figure 13. (A) Schematic representation of the developed brucine-loaded topical nanoemulgel, includ-
ing a scanning electron microscopy image; (B) in vitro drug release profiles from different BRU-loaded
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formulations, namely, a drug solution (Free BRU), a conventional gel, an emulgel, and a nanoemulgel;
(C) ex vivo drug permeation profiles from different BRU-loaded formulations, namely, a drug solution,
a conventional gel, an emulgel, and a nanoemulgel; (D) antinociceptive (reaction time) and anti-
inflammatory (swelling) effects of different brucine-loaded formulations after administration to mice;
BRU—brucine; adapted from Abdallah et al. [161], reproduced with permission from Elsevier (license
number 5672000458127).

2.5. Other Applications: Neuropathy and Antiaging Effects

Diabetic neuropathy is a common complication of diabetes characterized by nerve
damage that leads to pain, numbness, and tingling sensations [237-239]. Capsaicin, a
natural compound found in chili peppers, has shown promise in alleviating neuropathic
pain [240-242]. The analgesic effect of capsaicin is attributed to its potential for activation
of transient potential vanilloid type 1 receptors, leading to the depletion of inflamma-
tory neuropeptides and neuronal desensitization [240,243,244]. Additionally, capsaicin
exhibits anti-inflammatory properties by inhibiting the activity of proinflammatory media-
tors [245-247]. Nevertheless, despite its efficacy, the clinical use of capsaicin through oral or
intravenous administration has limitations due to its short half-life, pungency, and first-pass
metabolism, and noncompliance [248-250]. Moreover, its effective delivery through the
skin remains a challenge. In this context, Saab et al. [162] aimed to optimize a nanoemul-
gel formulation for the transdermal delivery of capsaicin, evaluating its skin permeation
properties and assessing its in vivo potential for diabetic neuropathy treatment. Initially,
preliminary nanoemulsions were developed containing eucalyptus oil as the oil, Tween®
80 as the surfactant, and propylene glycol, ethanol, and isopropyl alcohol as cosurfactants.
Several different nanoemulsions were prepared, with different ratios of these excipients,
and the formula exhibiting the best droplet size (28.15 £ 0.24 nm) and PDI (0.27 +£ 0.05) val-
ues was selected for further studies, consisting of 8% oil phase, an oil to surfactant mixture
ratio of 2.5-to-7.5 (Tween® 80/ cosurfactant mixture), and a final capsaicin concentration
of 0.05%. Then, by combining the chosen nanoemulsion formula with a gel base, using
Carbopol® 940 as the gelling polymer, the nanoemulgel was successfully formed. The
developed nanoemulgel was examined under transmission electron microscopy, alongside
its corresponding nanoemulsion, with both showing spherical emulsion droplets within
the nanosize range. Additionally, the emulsion droplets seemed to remain stable after gel
incorporation, indicating resistance to destabilization processes, such as Oswald ripening,
which was evident by it showing no significant changes in droplet size, PDI, transmittance
percentage, or appearance after long-term storage (at 4 °C, 25 °C, and 32 °C), centrifu-
gation, heating—cooling cycles, and freeze-thaw cycles. The rheological assessment of
the nanoemulgel established its pseudoplastic behavior, with this formulation exhibit-
ing a predictably higher viscosity (5580 mPa/s) than the correspondent nanoemulsion
(11.5 mPa/s). The skin permeation study showed that the capsaicin-loaded nanoemulgel
demonstrated enhanced (188.12 pg/cm? cumulative permeation) and accelerated (0.19
ug/cm?.s~! permeation flux) permeation compared to a conventional gel (46.38 pg/cm?
and 0.11 pg/cm?.s~1, respectively). The antinociceptive potential of the developed formu-
lation was also evaluated, in an animal model, with the application of the capsaicin-loaded
nanoemulgel having showed significant improvements in thermal latency, as demonstrated
in the hot plate and tail withdrawal tests in alloxan-induced diabetic mice. Compared to
the placebo-treated mice, the nanoemulgel treatment resulted in a remarkable increase in
thermal latency in the 8th week. Conversely, treatment with conventional capsaicin gel
showed less significant improvement. Furthermore, the capsaicin nanoemulgel exhibited
superior efficacy in alleviating mechanical allodynia. The nanoemulgel treatment group
showed a substantial improvement compared to the placebo-treated animals, approaching
the level of improvement seen in the tramadol-treated group. These positive outcomes can
be attributed to the successful transdermal delivery of capsaicin from the nanoemulgel,
as previously confirmed in the skin permeation study. Hence, the optimized developed
formulation exhibited favorable physicochemical properties and enhanced skin perme-
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ation, and the in vivo assays’ results demonstrated its efficacy in reducing pain-related
behaviors and improving sensory function. Given this, the developed capsaicin-loaded
nanoemulgel holds promise as a treatment option for diabetic neuropathy, offering a nonin-
vasive, convenient, and effective approach to alleviate neuropathic pain. Further studies,
including clinical trials, are necessary to validate its safety, efficacy, and long-term effects in
human subjects; nevertheless, these findings highlight the potential of a novel capsaicin-
loaded nanoemulgel formulation for transdermal delivery in the management of the
diabetic neuropathy.

Retinyl palmitate (RT), a derivate of vitamin A, has shown potential for skin rejuve-
nation and the treatment of various dermatological conditions, such as acne, psoriasis,
ichthyosis, wrinkles, dark spots, and skin aging [251-253]. This molecule has the capability
of exfoliating the surface layer of the skin and speeding up cell turnover, increasing skin
moisture, and decreasing skin wrinkles, resulting in the skin looking fresher, smoother,
and younger, and also acting as an antioxidant when applied topically, preventing tissue
atrophy, and having anti-inflammatory effects [254-256]. Nevertheless, in addition to its
good properties, RT also has side effects, such as skin irritation, redness, excessive peeling
and dryness, being toxic in higher concentrations, while also being a lipophilic compound,
with poor aqueous solubility, and limited skin permeation, which all hinder its therapeutic
efficacy [257-259]. To overcome these limitations, Algahtani et al. [163] focused on the
development and evaluation of a nanoemulgel formulation for enhanced topical delivery
of RT (Figure 14A), to improve its solubility, stability, and permeation for antiaging effects.
First, preliminary RT-loaded nanoemulsions were prepared, using a low-energy emulsifica-
tion technique, by mixing an optimized oil and surfactant mixture phase with an aqueous
phase, using a vortex mixer. RT showed good solubilization in different oils, surfactants,
and cosurfactants, which were then selected based on their good miscibility with each
other, but also on the resulting hydrophile-lipophile balance value. This was found to
be optimum with an oil phase combining medium-chain monoglycerides (Capryol® 90)
and medium-chain triglycerides (Captex® 355) in a 2:1 ratio, and a surfactant/cosurfactant
mixture made of Kolliphor® EL and Transcutol® HP. The oil concentration affected the
mean droplet size of the produced nanoemulsions, which increased with increasing oil
concentration from 10% to 20%. Oil percentage also affected the PDI value, which also
increased when increasing the oil phase percentage. On the other hand, variations in
oil and surfactant/cosurfactant concentrations did not significantly affect zeta potential
values. Viscosity values ranged from 77 to 89 cP, which showed that the viscosity remained
constant and the nanoemulsions behaved as fluids. The selected preliminary formulations
were further evaluated in in vitro drug diffusion studies (Figure 14B) using the dialysis bag
method, with aliquots being collected at different time intervals for 24 h and analyzed by
UV-spectroscopy. The drug release from the nanoemulsion systems was high and almost
complete, ranging from 89% to 94%, while the release from the aqueous drug dispersion
ended up being around 10 times smaller. Nanoemulsion storage stability was also tested,
with droplet size and PDI values being monitored. Formulations remained stable for a pe-
riod of 90 days, with the measured parameters remaining relatively constant (Figure 14D,E).
The selected optimized nanoemulsion had a droplet size of 16.71 nm (Figure 14A), a
PDI value of 0.015, and a zeta potential of —20.6 mV, with a measured drug percentage
of approximately 99.0% and the highest cumulative drug release, and was selected for
converting into a nanoemulgel system. The nanoemulgel formulation was prepared by
incorporating the optimized nanoemulsion into a gel matrix, using Carbopol® 940 (0.5%
w/w) as the gelling agent, and with the addition of glycerin as humectant and to provide a
smooth and soothing sensation upon topical application. The pH of the nanoemulgel was
5.53 & 0.06, which is similar to the skin’s pH and is optimal for not causing skin irritation.
The developed nanoemulgel exhibited non-Newtonian, pseudoplastic behavior, shear thin-
ning, and thixotropic properties, which are convenient characteristics for topical application.
Good spreadability is also important in achieving straightforward application of topical
formulations, and results showed good spreadability for the developed nanoemulgel, with

128



Gels 2024, 10, 45

HsC. CHa

W\i

CHy HaC(HzC)14~ ~O
Retinyl palmitate (RT)

At

B 100

Cumulative % drug released

g

Retinyl palmitate loaded
nanoemulsion (RT-NE)

CHz

spreadability increasing with a higher applied force. Additionally, a stability evaluation of
the developed nanoemulgel was performed, under different storage conditions, including
temperature variations and exposure to light. The formulation exhibited excellent physical
stability, with no significant changes observed in visual aspect, particle size, viscosity, or
pH over the study period, indicating its robustness and long-term stability. Moreover,
UV stability studies were done by measuring the percentage of RT remaining after an
exposure to UV-A radiation (Figure 14C). A significant decrease in the amount of RT was
evident after only 2 h, with the quantified amount reducing down to 19.46% in the control
formulation, with no encapsulation of the drug. In contrast, 95.24% of the RT remained in
the nanoemulgel formulation after 2 h of exposure, and 82.96% after 6 h, hence showing the
potential of the developed formulation to encapsulate the drug and successfully protect it
from photodegradation. Furthermore, the Franz diffusion cells were used again, this time
to evaluate the ex vivo drug permeation of the developed nanoemulgel through excised
dorsal rat skin. The nanoemulgel formulation demonstrated significantly enhanced skin
permeation when compared to a conventional gel formation, indicating improved drug
delivery and potentially enhanced therapeutic efficacy, with higher permeation coefficient.
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Figure 14. (A) Schematic representation of the developed retinyl palmitate topical nanoemulgel
(left), with corresponding transmission electron microscopy image showing droplet morphology
and size (right); (B) in vitro drug release profiles of different retinyl palmitate-loaded preliminary
nanoemulsions, compared to an aqueous dispersion of the drug; (C) UV stability of the developed
retinyl palmitate nanoemulgel, compared to the nonencapsulated drug; (D) mean droplet size
variations of the preliminary optimized retinyl palmitate-loaded nanoemulsions as effect of storage
time; (E) PDI variations of the preliminary optimized retinyl palmitate-loaded nanoemulsions as effect
of storage time; NE—nanoemulsion; NEG—nanoemulgel; PDI—polydispersity index; RT—retinyl
palmitate; adapted from Algahtani et al. [163], reproduced with permission from MDPI (Creative
Commons CC BY 4.0 470 license).

3. Novel Nanoemulgels for Skin Application: The Future of Topical and Transdermal
Drug Delivery?

Molecules that have been recently incorporated into nanoemulgels for skin applica-
tion include repurposed marketed drugs, such as atorvastatin for wound healing [149],
omeprazole for skin infections [155], and leflunomide for skin inflammatory diseases [146].
Natural-derived compounds have also had increased attention, with eucalyptol [150],
naringenin [151], thymoquinone [152], and curcumin [153] being formulated for wound
healing purposes, curcumin [153] and chrysin [142] for skin cancer, brucine [161] for skin
inflammatory diseases, and capsaicin for neuropathy [162]. Other encapsulated compounds
include marketed drugs such as miconazole [154], ketoconazole [157], and fusidic acid [158]
for the treatment of skin and skin appendage infections, imiquimod [159] for skin cancer,
and meloxicam [160] for skin inflammatory diseases, as well as the synthetic compound
ebselen [156] as an anti-infection agent, vitamin E derivative tocotrienols for wound heal-
ing [151], and retinyl palmitate [163] for antiaging purposes. In what concerns formulation
aspects, although spontaneous emulsification was sometimes used in the analyzed studies,
most had to resort to high-pressure or high-speed homogenization, sometimes followed by
ultrasonication, probably due to the formulations” components not having ideal miscibility
and molecular compatibility, and hence not being able to form nanoemulsions without the
help of high-energy methods. In what concerns formulation components, various oils were
used, with eucalyptus oil, black seed oil, and myrrh oil being the most applied, followed
by other natural-derived oils, such as almond oil or olive oil, as well as oleic acid, liquid
paraffin, and Captex 300 EP/NF or Captex 355. The oils were either selected based on
potential biocompatibility, highest drug/active compound solubilization capacity, or both.
Hydrophobic surfactants were also at times used as oils, replacing the latter, with Capryol
90 being the most used, followed by Span 80 or Span 60, and Labrafac PG or Labrafac
Lipophile WL1349. The advantages of using hydrophobic surfactants with the additional
function of oils reside in the fact that generally a highest drug solubilization is achieved,
hence increasing the obtainable final formulation drug strength, and also in the fact that the
absence of a hydrophobic component with no surfactant capability increases the chances of

130



Gels 2024, 10, 45

obtaining a nanoemulsion/nanoemulgel with lower droplet size and PD], also augmenting
the chances for spontaneous emulsification to be possible (instead of having to resort to
high-energy fabrication methods). In the hydrophilic surfactants category, Tween 80 was
by far the most applied, followed by Kolliphor EL, with Tween 20 and Solutol HS15 also
being used. All these surfactants have been proven to have the capacity to increase skin
drug permeation and retention by potentially being able to increase the skin barrier lipids’
fluidity and hence reduce the stratum corneum’s barrier function, hence making them
adequate for skin drug delivery [260-263]. In what concerns cosolvents/cosurfactants,
Transcutol was the most utilized. This potent cosolvent has also been reported to readily
penetrate the stratum corneum, and once there, to modify its molecular mobility, namely,
the protein and lipids that are part of its composition, hence decreasing the skin’s barrier
function [264,265]. Other cosolvents/cosurfactants included PEG 400, propylene glycol,
ethyl alcohol, isopropyl alcohol, Soluplus, and dimethylacetamide. And, finally, in what
concerns gelling agents, the most used were in fact Carbopol varieties, such as Carbopol
940, Carbopol 934, or Carbopol Ultrez 21, followed by cellulose derivatives, such as CMC
or HPMC, and with Pluronic F127 and chitosan also being applied. These gelling agents
increase the formulations’ viscosity, hence resulting in an adequate consistency for topical
application, with some also having bioadhesive properties, hence increasing the time of
formulation retention at the application site, and with others even having drug permeation
enhancement capacity as well, therefore contributing to a potentially better therapeutic
outcome [266-268].

Regardless of formulation composition or preparation method, all developed na-
noemulgels exhibited small droplet size and PDI values, resulting in good stability during
storage or under stress conditions, adequate viscosity and spreadability, pH values com-
patible with the skin, controlled drug release profiles, and adequate ex vivo skin drug
permeation and/or retention, at times even performing better than currently marketed
formulations. Furthermore, in vitro and/or in vivo studies confirmed the safety and ef-
ficacy of the developed formulations for anti-infectious, anti-inflammatory, antitumor,
wound-healing, antinociceptive, and/or antiaging effects, confirming their efficacy and
therapeutic potential, and making them promising platforms for the replacement of current
therapies, or as possible adjuvant treatments.

While clinical application is still further down the road, these systems have proven
to have great potential for skin drug delivery. More work should be done to assess these
formulations’ true safety and long-term applicability, in the context of the current regulatory
framework, in order to determine the ability of these nanoformulations for bioaccumu-
lation and interference with the body’s immune system (phagocytosis by immune cells),
although this might be a bigger concern for transdermal drug delivery than for topical
drug delivery [269,270]. Additionally, scale-up potential should also be determined, in
order to assess the limitations facing any transition from a laboratory bench scale to an
industrial manufacturing scale, so that these promising preparations can one day reach the
pharmaceutical market [108,271-273].

4. Conclusions

Novel topical and transdermal nanoemulgels have been developed for skin application,
encapsulating a wide variety of molecules, such as already marketed drugs (miconazole, ke-
toconazole, fusidic acid, imiquimod, meloxicam), repurposed marketed drugs (atorvastatin,
omeprazole, leflunomide), natural-derived compounds (eucalyptol, naringenin, thymo-
quinone, curcumin, chrysin, brucine, capsaicin), and other synthetic molecules (ebselen,
tocotrienols, retinyl palmitate), for wound healing, skin and skin appendage infections,
skin inflammatory diseases, skin cancer, neuropathy, or antiaging purposes. All developed
nanoemulgels had adequate droplet size, PDI, viscosity, spreadability, pH, stability, drug
release, and drug permeation and/or retention capacity, having more advantageous charac-
teristics than currently marketed formulations. In vitro and/or in vivo studies confirmed
the safety and efficacy of the developed formulations, confirming their therapeutic poten-
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tial and making them promising platforms for the replacement of current therapies, or as
possible adjuvant treatments. Further studies will tell if these novel functional platforms
for drug delivery might someday effectively reach the market to help fight highly incident
skin or systemic diseases and conditions.
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Abstract: Al and ML have emerged as transformative tools in various scientific domains, including
hydrogel design. This work explores the integration of Al and ML techniques in the realm of
hydrogel development, highlighting their significance in enhancing the design, characterisation, and
optimisation of hydrogels for diverse applications. We introduced the concept of Al train hydrogel
design, underscoring its potential to decode intricate relationships between hydrogel compositions,
structures, and properties from complex data sets. In this work, we outlined classical physical
and chemical techniques in hydrogel design, setting the stage for AI/ML advancements. These
methods provide a foundational understanding for the subsequent Al-driven innovations. Numerical
and analytical methods empowered by AI/ML were also included. These computational tools
enable predictive simulations of hydrogel behaviour under varying conditions, aiding in property
customisation. We also emphasised Al’s impact, elucidating its role in rapid material discovery,
precise property predictions, and optimal design. ML techniques like neural networks and support
vector machines that expedite pattern recognition and predictive modelling using vast datasets,
advancing hydrogel formulation discovery are also presented. Al and ML'’s have a transformative
influence on hydrogel design. AI and ML have revolutionised hydrogel design by expediting
material discovery, optimising properties, reducing costs, and enabling precise customisation. These
technologies have the potential to address pressing healthcare and biomedical challenges, offering
innovative solutions for drug delivery, tissue engineering, wound healing, and more. By harmonising
computational insights with classical techniques, researchers can unlock unprecedented hydrogel
potentials, tailoring solutions for diverse applications.

Keywords: hydrogel design; artificial intelligence; machine learning

1. Introduction: The Concept of Al in Hydrogel Design

Hydrogels are three-dimensional, crosslinked polymer networks that can absorb
and retain large amounts of water or biological fluids. They have gained considerable
attention in the medical field due to their unique properties, such as high-water content,
biocompatibility, and the ability to be tailored to specific applications. The term “hydrogel”
is derived from the combination of “hydro”, meaning water, and “gel”, indicating a semi-
solid, jelly-like state. This defining characteristic of hydrogels allows them to mimic the soft
and hydrated environment of living tissues, making them highly compatible with biological
systems. They can be fabricated from polymer chains linked by physical interactions or
chemical bonds, allowing for precise control of the degradation rate, porosity, and release
profile [1]. Moreover, hydrogels can undergo self-assembly using self-complementary
amphiphilic peptides, enabling customisation to achieve optimal geometry for implantation
or injection. These appealing features position hydrogels as attractive therapeutic delivery
materials, with the potential to encapsulate agents within their water-swollen network.
Hydrogels are extensively employed as drug delivery vehicles due to their capacity to
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encapsulate and release therapeutic agents in a controlled and sustained manner. This
controlled drug release enhances treatment efficacy, reduces side effects, and improves
patient compliance, particularly in chronic conditions [2]. Additionally, certain hydrogel
types possess inherent antibacterial properties [3]. In tissue engineering, hydrogels serve
as scaffolds for growing cells and regenerate damaged or lost tissues [4]. Their high-water
content and biocompatibility mimic the natural extracellular environment, facilitating
cell growth, proliferation, and differentiation [5]. This is particularly significant in the
development of artificial organs and in repairing damaged tissues [4]. Moreover, hydrogels
play a vital role in wound care and healing. They can maintain a moist environment,
which accelerates the wound-healing process, reduces the risk of infection, and minimises
scarring [6].

Hydrogels are the material of choice for contact lenses due to their water-retaining
properties, ensuring comfort and optical clarity for the wearer [7].

Other applications of hydrogels include diagnostic assays and biosensors [8]. Their
ability to undergo volume changes in response to specific analytes, such as glucose or pH,
makes them valuable components in various diagnostic applications [8].

While the potential applications of hydrogels in the biomedical and pharmaceutical
fields are vast, designing hydrogels with precise properties tailored to each application is a
complex endeavour. Researchers must consider factors such as biocompatibility, mechani-
cal strength, degradation rates, and drug release profiles. The interplay of these variables
makes hydrogel design challenging and often reliant on time-consuming trial-and-error
approaches. Big data generated from experiments, simulations, and computational calcula-
tions has provided potential for applying data-driven methodologies in material science,
which shows promise for expediting the discovery and design of new materials. This
approach harnesses the power of vast datasets generated through experiments, simulations,
or observations to gain insights, make predictions, and guide decision-making in the field
of materials science and in the context of hydrogel design.

In the 1990s and early 2000s, the integration of Al in hydrogel research began with
the application of computational simulations and modelling techniques. Researchers
started to use computational methods to simulate hydrogel behaviour under various
conditions, aiding in predicting swelling properties, mechanical responses, and drug release
kinetics. Hydrogel theoretical modelling is based on continuum mechanical concepts such
as balancing laws, kinematics, and constitutive equations. The Flory-Rehner theory, which
explains the swelling equilibrium of gels [9], represents a suitable example. As a result of
the advancement of computing capabilities, the computational science paradigm gained
enormous popularity. Simulations on both the macro- and micro-scales, such as those using
the finite element and volume methods, are now possible [10].

These early efforts laid the groundwork for using Al to unravel the complex interac-
tions within hydrogel networks.

As Machine Learning (ML) algorithms advanced, the hydrogel research community
recognised the potential of Al to revolutionise material discovery. The utilisation of ML
techniques gained traction. These approaches enabled researchers to analyse large datasets,
correlate structure—property relationships, and accurately predict hydrogel behaviour. Al
algorithms can analyse patient-specific data, such as genetic information, metabolism rates,
and medical histories [11], to design hydrogels that deliver drugs with precision. For
instance, in cancer treatment, Al-driven hydrogel formulations can adapt drug release
rates based on the tumour’s response to therapy, minimising side effects and maximising
effectiveness [12]. Al models can simulate and predict the behaviour of hydrogels under
various conditions, saving researchers significant time and resources. For example, they
can predict how a hydrogel will swell, degrade, or release drugs in response to changes
in pH, temperature, or biological factors [13]. Al-driven material design can identify
the ideal combination of polymers, crosslinkers, and additives to create hydrogels with
specific mechanical, thermal, and chemical properties. This accelerates the development
of hydrogels tailored for applications such as wound healing, contact lenses, or tissue
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scaffolds. High-throughput screening, guided by Al algorithms, enables the evaluation of
vast libraries of hydrogel formulations [14]. This accelerates the discovery of hydrogels
with desirable properties, reducing the time needed to bring innovative materials to market.

Therefore, this era marked a significant shift from traditional empirical methods to
data-driven approaches, offering faster and more informed decision-making in
hydrogel design.

Artificial Intelligence (Al) represents a field that involves the development of algo-
rithms and models that enable computers to mimic human intelligence. In hydrogel
development, Al offers a novel approach to tackle the challenges associated with hydrogel
properties and performance by leveraging data-driven insights, predictive modelling, and
optimisation techniques. These challenges are multifaceted and include tailoring hydrogels
for precise applications, optimising their mechanical and chemical characteristics, and
navigating the complex interplay of material variables. First and foremost, Al expedites
the process of discovering new hydrogel formulations. Traditional methods often involve
extensive trial-and-error experimentation, consuming considerable time and resources. In
contrast, Al-driven algorithms can rapidly analyse vast datasets, predict material proper-
ties, and recommend optimal compositions. This acceleration of the research process is
particularly crucial in the field of hydrogels, where materials must meet precise criteria for
applications in medicine and biology.

Al also offers a level of precision and customisation that was previously unattainable.
Researchers can input specific characteristics they desire in a hydrogel—such as mechan-
ical strength, porosity, or biodegradability—into ML models. Al then provides tailored
recommendations for material compositions and processing techniques to achieve these
desired properties. This level of precision is invaluable when designing hydrogels for
diverse applications, from drug delivery systems to tissue engineering scaffolds.

Hydrogel research is inherently complex, involving intricate relationships among
various factors. Al can help in this aspect by handling multidimensional data effectively. It
identifies patterns and correlations that may elude traditional analysis, allowing researchers
to make informed decisions about material design.

In addition, Al integration offers cost and resource efficiencies. It reduces the need for
extensive laboratory experimentation, thus saving costs related to materials, equipment,
and personnel. Moreover, it minimises material wastage, aligning research practices with
environmental sustainability goals.

Interdisciplinary collaboration is another hallmark of Al-driven hydrogel research.
This technology bridges the expertise of materials scientists, chemists, biologists, and
computer scientists. Their collective knowledge and insights foster innovative solutions to
complex challenges in hydrogel development.

Al also enables data-driven insights that can lead to breakthroughs and innovations.
By analysing extensive datasets, it uncovers hidden patterns and relationships, guiding
researchers toward novel solutions that might otherwise remain undiscovered.

In the pursuit of personalised medicine, Al plays a pivotal role by recommending
hydrogel formulations tailored to individual medical needs. This approach promises
more effective treatments with fewer side effects, marking a significant advancement in
patient care.

The integration of Al in hydrogel development encompasses various stages, each
contributing to a holistic framework for material design and optimisation. The Al begins
by acquiring comprehensive datasets containing information about hydrogel compositions,
fabrication methods, and resulting properties. These datasets serve as the foundation for
training Al models. Preprocessing techniques ensure data quality, handling missing values
and normalising variables for accurate analyses.

ML algorithms, a subset of Al, play a pivotal role in hydrogel development. Su-
pervised learning techniques, such as regression and classification, enable the prediction
of hydrogel properties based on input variables—unsupervised learning, like cluster-
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ing and dimensionality reduction, aids in identifying patterns and relationships within
complex datasets.

Al facilitates the creation of predictive models that map input parameters to specific
hydrogel outcomes. These models can forecast properties like swelling behaviour, mechan-
ical strength, and drug release kinetics, allowing researchers to make informed decisions
during material design.

Al-driven optimisation methods, including genetic algorithms and Bayesian opti-
misation, guide the search for optimal hydrogel formulations within vast chemical and
structural spaces. These techniques expedite the identification of compositions that meet
predefined performance criteria.

While the potential of Al in hydrogel development is vast, several challenges war-
rant consideration. The availability of high-quality, well-curated datasets is crucial for
training robust Al models. Data privacy, the integration of domain knowledge, and the
interpretability of Al-generated models are also critical concerns that researchers must
address. Additionally, the complexity of hydrogel behaviour, which arises from intri-
cate molecular interactions and crosslinking mechanisms, poses a challenge for accurate
predictive modelling.

We would like to point out that this manuscript was prepared with the help of Al-
assisted technology. We think that the text’s clarity and coherence were considerably
improved via Al-driven language technologies. With the use of these tools, grammatical
and structural errors were found and fixed, ensuring that our article meets the strictest
requirements for scientific writing. This open disclosure demonstrates our commitment
to rigorous and high-level scientific communication. We have given this manuscript the
spirit of originality and correctness, which was made possible in part by the cooperation of
human expertise and Al-driven language technologies.

This review aims to provide a comprehensive understanding of the potential benefits
of Al in designing hydrogels. By shedding light on this innovative approach, we hope to
inspire continued research and development, paving the way for more effective targeted
therapies that can improve patient outcomes and transform the research of hydrogels in
the future.

2. Physical and Chemical Methods for Designing Hydrogels

Hydrogels, three-dimensional polymeric networks capable of retaining large amounts
of water, have emerged as remarkable materials with a diverse range of applications,
particularly in the biomedical and pharmaceutical fields [15]. Their unique properties, such
as high water content, biocompatibility, and tuneable mechanical characteristics, make
them invaluable for various purposes.

In biomedicine, hydrogels have gained prominence as versatile materials for drug
delivery, tissue engineering, wound healing, and diagnostics [15]. These hydrophilic
networks can be engineered to mimic the extracellular matrix [16], providing an ideal
environment for cell growth and tissue regeneration [17]. Moreover, their ability to encap-
sulate and release bioactive compounds in a controlled manner has revolutionised drug
delivery systems.

In pharmaceutical sciences, hydrogels find applications in drug formulation, where
they serve as carriers for poorly water-soluble drugs, enhancing their bioavailability. Ad-
ditionally, their mucoadhesive properties make them suitable for mucosal drug delivery,
opening avenues for novel drug administration routes.

Hydrogels can be prepared using both natural and synthetic materials as precursors.
Raw materials, such as cellulose, gelatine, alginate, chitosan (CS), and silk fibroin, are
directly sourced from nature and are known for their biocompatibility and bioactive prop-
erties. On the other hand, synthetic materials, including polymethylmethacrylate (PMMA),
polyurethane (PU), poly(N-isopropylacrylamide) (PNIPAM), poly(lactic acid) (PLA), and
poly(lactic-co-glycolic acid) (PLGA), are produced through chemical reactions, offering the
advantage of tuneable mechanical properties.
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While homopolymeric hydrogels serve a specific purpose, their functionality can be
limited. Other biomaterials, such as bioceramics, are often incorporated to enhance the
mechanical strength, biodegradability, and/or stimuli-responsiveness of hydrogel matrices.
The combination of various biomaterials enables the creation of multifunctional hydrogels
that cater to diverse biomedical applications.

This section refers to the physical and chemical methods employed in the design and
development of hydrogels. Understanding these methodologies is crucial for harnessing the
full potential of hydrogels in addressing contemporary challenges in healthcare and drug
delivery. We explore the techniques utilised to tailor hydrogel properties, ensuring they
meet the stringent requirements of various biomedical and pharmaceutical applications.

2.1. Physical Crosslinking

Physical crosslinking is versatile for creating hydrogels without chemical reactions
or covalent bonds. Instead, physical crosslinking relies on non-covalent interactions to
form a 3D network, resulting in hydrogels with reversible and dynamic properties. This
method offers several advantages, such as ease of preparation, injectability, and the ability
to respond to external stimuli, making it suitable for various biomedical and pharmaceutical
applications [18].

Some polymers exhibit a temperature-dependent sol-gel transition, forming a gel at a
specific temperature range. As the temperature is lowered, these polymers undergo self-
assembly, forming a hydrogel network [19]. Common polymers that undergo temperature-
induced gelation include thermoresponsive polymers like poly(N-isopropylacrylamide)
(PNIPAAm). These hydrogels are particularly attractive for drug delivery applications, as
they can respond to changes in body temperature and release drugs accordingly.

Ionic gelation involves using ionic interactions between charged polymer chains and
counterions to form a hydrogel network [20]. Examples include alginate and chitosan
hydrogels, which can form crosslinks through interactions with divalent cations like cal-
cium ions [20]. The reversibility of these ionic interactions makes them suitable for cell
encapsulation and tissue engineering applications.

Certain amphiphilic polymers can self-assemble into hydrogels through hydrophobic
interactions or hydrogen bonding [21]. Lipid-based hydrogels, for instance, can sponta-
neously form through the self-assembly of amphiphilic molecules into nanostructures,
resulting in a hydrogel network [22]. These hydrogels have applications in drug delivery,
as they can encapsulate hydrophobic drugs and release them in a controlled manner.

Photocrosslinking involves using light to induce the crosslinking of photoreactive
molecules or polymers [23]. Photocrosslinkable hydrogels are prepared with photoinitiators
that initiate the crosslinking reaction upon exposure to specific wavelengths of light [23].
This method offers precise spatial and temporal control over hydrogel formation, making it
valuable for tissue engineering and 3D bioprinting applications.

The freeze-thaw method involves the freezing and thawing of a mixture containing
different components, typically polymers and other functional materials, to create a gel-like
structure [24]. The process starts by preparing a solvent solution or suspension of the
desired components. This mixture is then subjected to a freezing step, where it is cooled to
a low temperature, usually below the solvent’s freezing point. During freezing, ice crystals
form and the solute molecules, including polymers and other functional materials, are
excluded from the ice lattice, increasing their concentration in the unfrozen portion of the
solution [25]. After freezing, the sample is thawed, allowing the ice crystals to melt and the
components to redistribute in the liquid phase. This process promotes the formation of a
gel network as the polymers and other functional materials interact and crosslink, creating
a three-dimensional structure that retains a large amount of solvent within its matrix [24,25].
The freeze-thaw cycles can be repeated multiple times to improve the gel’s stability and
mechanical properties. By adjusting the composition and freezing-thawing conditions,
it is possible to control the hydrophilic/hydrophobic character and other properties of
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the resulting hybrid hydrogel [25]. This process creates physical crosslinks between the
polymer chains, producing a hydrogel.

2.2. Chemical Crosslinking

Chemical crosslinking is a versatile and widely used method for obtaining hydrogels
with excellent mechanical stability and structural integrity [26]. This process involves the
formation of covalent bonds between polymer chains, resulting in a stable 3D network
that retains water and forms a hydrogel. Covalent bonds are a type of chemical bond that
occurs when two atoms share electrons to achieve a stable electron configuration [27]. In
the context of hydrogel formation, when hydrogel precursors, such as polymer chains
or monomers, contain functional groups that are capable of forming covalent bonds, a
chemical crosslinking process can be initiated [28]. During this process, these functional
groups react with one another, establishing covalent bonds between the polymer chains or
monomers [29].

Chemical crosslinking is especially suitable for creating hydrogels with controlled
porosity, swelling behaviour, and degradation rates, making them ideal for various biomed-
ical and pharmaceutical applications.

In the radical polymerisation method, monomers containing double bonds are poly-
merised by a crosslinking agent and a radical initiator. The polymerisation reaction gener-
ates free radicals, which initiate the chain-growth polymerisation, forming covalent bonds
between monomer units [30]. Typical radical initiators include azo compounds and per-
oxides. The polymerisation process can be carried out in solution or in the presence of a
template to create 3D structures [30].

The Michael addition reaction involves the reaction between a Michael donor, typ-
ically a thiol group (-SH), and a Michael acceptor, such as an «,[3-unsaturated carbonyl
compound [31]. This reaction results in the formation of a stable covalent bond, creating
crosslinks between polymer chains. Hydrogels formed through Michael’s addition are
highly biocompatible and find applications in drug delivery, tissue engineering, and wound
healing [32].

Click chemistry refers to a set of high-yield and selective reactions that can efficiently
form covalent bonds. Common click chemistry reactions include azide-alkyne cycloaddi-
tion, thiol-ene, and tetrazine-norbornene reactions [33]. These reactions are advantageous
for hydrogel formation due to their rapid reaction kinetics, high yields, and bioorthogo-
nality, meaning they can be performed in the presence of biological molecules without
interfering with cellular processes [34].

Schiff base formation is a chemical reaction between an aldehyde and a primary
amine or hydrazine group. This reaction results in the formation of a covalent imine bond,
creating crosslinks between polymer chains [35]. Schiff-based hydrogels are often used
for drug delivery, as they can release drugs in response to specific environmental cues or
triggers [35].

Bioprinting for hybrid hydrogels represents a cutting-edge approach that combines the
advantages of both bioprinting and hybrid hydrogel materials [36]. Hybrid hydrogels blend
or incorporate multiple materials, such as natural and synthetic polymers [36] or inorganic
nanoparticles [37], to create novel hydrogel formulations with enhanced properties. When
combined with bioprinting, this approach allows for the precise and controlled deposition
of complex 3D structures containing living cells and multifunctional materials [38]. In
bioprinting for hybrid hydrogels, the careful selection of bioinks and hybrid materials is
crucial. The choice of bioinks is essential to ensure cellular viability, biocompatibility, and
mechanical stability [39]. Hybrid materials may include natural polymers like collagen and
gelatine, synthetic polyethylene glycol (PEG) and polyvinyl alcohol (PVA), and inorganic
nanoparticles like calcium phosphate or gold nanoparticles [40].

Hybrid hydrogels offer a wide range of tuneable mechanical properties. By incorporat-
ing different materials with varying stiffness or elasticity, it is possible to create hydrogels
that mimic the mechanical properties of native tissues [41]. This is especially important in
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tissue engineering, where bioprinted constructs must match the target tissue’s mechanical
environment for proper cell function and growth [41].

Hybrid hydrogels can be functionalised with bioactive molecules, growth factors,
or peptides to promote cell adhesion, proliferation, and differentiation [42]. Bioprinting
allows for the precise spatial distribution of these bioactive components within the hydrogel,
creating complex microenvironments that can support tissue regeneration and repair.

One of the critical challenges in bioprinting tissue constructs is the lack of vascularisa-
tion. Hybrid hydrogels offer a promising solution by incorporating bioactive factors that
promote the formation of blood vessels (angiogenesis) [43]. Additionally, hybrid hydrogels
can be engineered to contain channels or networks to facilitate the diffusion of nutrients
and oxygen, enabling the survival of bioprinted cells within thick tissue constructs [44].

Bioprinting for hybrid hydrogels is a rapidly evolving field with immense potential
for advancing tissue engineering, regenerative medicine, and drug development. As re-
searchers continue to innovate in materials science, bioprinting technologies, and tissue
engineering, the applications of bioprinted hybrid hydrogels are expected to expand, ulti-
mately leading to groundbreaking advancements in healthcare and personalised medicine.
For instance, in regenerative medicine, bioprinted hybrid hydrogels are anticipated to revo-
lutionise the development of patient-specific organoids [45], facilitating drug testing and
disease modelling with unparalleled accuracy. Moreover, these hydrogels are set to play a
pivotal role in orthopaedics, enabling the creation of custom-designed scaffolds for bone
and cartilage repair [46]. In the realm of dermatology, they hold the potential to transform
wound healing, with hydrogel-based dressings tailored to individual patient needs [47].
In the pharmaceutical industry, bioprinted hydrogels are envisioned to streamline drug
formulation testing, ensuring it becomes safer and more effective [48]. Beyond healthcare,
these hydrogels are also expected to find applications in environmental science, such as
in the removal of contaminants from water sources [49]. As these innovations gather
momentum, they are poised to reshape multiple facets of our lives, promising a future
where healthcare and various industries benefit from the limitless potential of bioprinted
hybrid hydrogels.

The choice of method depends on the desired properties, functionality, and intended
application of the hydrogel. Each technique offers unique advantages and can be tailored
to suit specific research or medical needs.

3. Numerical and Analytical Methods in Hydrogel Design

Numerical and analytical methods play crucial roles in the design and characterisa-
tion of hydrogels. They provide insights into the complex behaviours, properties, and
interactions within hydrogel systems.

3.1. Numerical Simulations

Numerical simulation methods have emerged as invaluable tools in hydrogel design,
revolutionising how researchers approach the development and analysis of these versatile
materials. Hydrogels, three-dimensional networks of hydrophilic polymers that can absorb
and retain large amounts of water, have found applications in various fields, from biomed-
ical engineering and drug delivery to tissue regeneration. As the demand for hydrogels
with tailored properties continues to grow, the integration of computational techniques has
become essential for expediting the design process, optimising performance, and predicting
behaviour under varying conditions.

The intricate nature of hydrogels, influenced by factors such as polymer composition,
crosslinking density, and environmental conditions, presents challenges in accurately
characterising and predicting their behaviour solely through traditional experimental
approaches. Numerical simulations bridge this gap by providing a virtual laboratory where
researchers can explore the intricate interplay between molecular structures, mechanical
forces, fluid dynamics, and other critical variables that dictate hydrogel performance. These
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simulations offer a deeper understanding of hydrogel behaviour, enabling informed design
decisions and accelerating the development of hydrogel-based solutions.

Some standard numerical simulation methods used for hydrogel design include Finite
Element Analysis (FEA), Computational Fluid Dynamics (CFD), Molecular Dynamics
simulations (MD), Monte Carlo Simulations, etc.

FEA is widely used to simulate the mechanical behaviour of hydrogels, including
their deformation, stress distribution, and responses to external forces [50,51]. It helps
us understand how hydrogels will behave in different loading conditions and assists in
designing hydrogels with specific mechanical properties for applications such as tissue
engineering, drug delivery, and medical devices.

CFD is used to model the flow of fluids through hydrogel structures [52]. It is impor-
tant for hydrogels used in drug delivery systems or tissue engineering scaffolds where
transporting nutrients, oxygen, and waste products is critical [53]. CFD simulations can pro-
vide insights into mass transport phenomena and guide the design of hydrogel structures
with optimised fluid flow patterns.

MD simulations are used to study the behaviour of individual molecules within
hydrogel networks [54]. They provide insights into the interactions between polymer
chains, solvent molecules, and solutes at the atomic level. MD simulations can predict
swelling behaviour [55], diffusion rates [56], and biomolecule interactions.

Monte Carlo methods are often employed to model the statistical behaviour of hydro-
gel systems [57]. These simulations help predict the macroscopic properties of hydrogels
based on the behaviour of individual molecules or particles within the system [57]. They
can be applied to study phenomena such as the swelling equilibrium, polymer chain
conformations, and gel network structure.

Hydrogels are often subjected to multiple physical phenomena simultaneously, such
as mechanical deformation, fluid flow, and heat transfer. Multiphysics simulations combine
different numerical approaches to model these coupled effects and provide a comprehensive
understanding of hydrogel behaviour [58] in complex environments such as tumours [59].

Numerical simulations can be coupled with optimisation algorithms to search for the
best combination of material properties or structural configurations that meet specific
design criteria. This approach is valuable for tailoring hydrogel properties to achieve
desired outcomes.

Some simulations combine multiple techniques, such as coupling MD with FEA, to si-
multaneously capture different aspects of hydrogel behaviour. These hybrid methods allow
a comprehensive understanding of complex interactions within hydrogel systems [60].

These numerical simulation methods expedite the design process and enable re-
searchers to explore a vast design space, optimise material properties, and predict hy-
drogel behaviour across various environments. In combination with experimental data,
inverse modelling techniques refine simulations and enhance the accuracy of predictions.
Furthermore, the fusion of numerical simulations with optimisation algorithms empow-
ers researchers to identify optimal hydrogel compositions and structures that align with
specific performance criteria.

3.2. Analytical Methods

The design of hydrogels involves a multifaceted approach that relies heavily on
analytical methods to characterise their physical, chemical, and mechanical properties.
These methods not only aid in understanding the fundamental behaviour of hydrogels
but also drive the optimisation and tailoring of their properties for specific applications.
This article delves into the pivotal role of analytical methods in hydrogel design, from
characterisation techniques to advanced imaging modalities.

Analysing the chemical composition of hydrogel precursors and networks is crucial
for understanding their structure—property relationships. Fourier-transform infrared spec-
troscopy (FTIR) [61] and nuclear magnetic resonance (NMR) spectroscopy [62] provide
insights into functional groups and molecular structures within hydrogel matrices. These
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methods allow researchers to verify the successful incorporation of desired monomers and
crosslinkers and monitor the progress of polymerisation reactions.

Mechanical properties heavily influence the performance of hydrogels in various
applications. Compression testing, tensile testing, and rheological analysis quantify param-
eters like compressive strength, Young’s modulus, and viscosity [63]. These data guide
the selection of suitable hydrogel formulations for specific uses, ensuring that mechanical
properties align with intended functions.

Hydrogels” ability to absorb water and swell is a fundamental characteristic that impacts
applications such as drug delivery and wound dressings. Swelling behaviour is studied by
immersing hydrogels in different solvents and measuring weight changes over time [64]. An-
alytical balances and swelling ratio calculations provide insights into hydrogel responsiveness
to environmental changes, influencing design choices for optimal performance.

Microscopic analysis techniques like scanning electron microscopy (SEM) [65] and
atomic force microscopy (AFM) [66] allow researchers to visualise hydrogel surfaces and
internal structures. These images reveal information about pore size, distribution, and
interconnectedness, which are crucial for applications involving cell adhesion, growth, and
the diffusion of therapeutic agents [67].

Thermal properties impact hydrogel stability and behaviour at different temperatures.
Differential scanning calorimetry (DSC) [68] and thermogravimetric analysis (TGA) [69]
enable the assessment of glass transition temperatures, melting points, and thermal degra-
dation profiles. Such data aid in determining suitable processing conditions and the
temperature ranges within which hydrogels maintain their integrity.

Analytical methods are pivotal in studying drug release kinetics from hydrogel ma-
trices. UV-Vis spectroscopy [70] and high-performance liquid chromatography (HPLC)
monitor the concentration of released substances over time. These data are crucial for
designing hydrogel-based drug delivery systems with controlled and sustained release
profiles [71].

Recent advancements have introduced sophisticated imaging methods such as con-
focal microscopy and magnetic resonance imaging (MRI) to further probe hydrogel be-
haviour [72]. These techniques allow the in-depth visualisation of hydrogel interactions
with cells, tissues, and drugs, providing insights into real-time responses and interactions.

Statistical Data Analysis

Statistical data analysis involves applying various statistical techniques to process,
interpret, and draw meaningful conclusions from experimental data. In hydrogel design,
statistical analysis plays a crucial role in understanding the relationships between different
variables, optimising formulations, and ensuring the reproducibility of results. Statistical
data analysis methods are applied at various stages of hydrogel design; see Figure 1.

Before conducting experiments, researchers use statistical tools to design experiments
effectively. Techniques like Design of Experiments (DOE) help to determine which vari-
ables to control, which to manipulate, and how many experiments to perform to gather
sufficient data.

Statistical analysis starts with the collection of data from experiments. These data
can include information about hydrogel composition, structure, mechanical properties,
swelling behaviour, drug release profiles, and more.

Descriptive statistics provide a summary of the collected data. Measures like mean,
median, standard deviation, and range give an overview of the central tendency and
variability of the data.
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Statistical Data Analysis applied at different stages of hydrogel design
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Figure 1. Statistical data analysis at different stages of hydrogel design.

Researchers use correlation analysis to identify relationships between different vari-
ables. For example, it can reveal if there is a correlation between the composition of the
hydrogel and its mechanical strength [73].

Regression models help establish mathematical relationships between variables. Re-
searchers can use linear or nonlinear regression to predict one variable based on the values
of others. This is useful for predicting hydrogel behaviour under different conditions [74].

Analysis of Variance (ANOVA) assesses the variance between different groups or
conditions. It helps determine if the variations observed in the data are significant and
whether they are due to manipulated variables or random chance [75].

Principal Component Analysis (PCA) is a dimensionality reduction technique that
transforms complex data into a lower-dimensional space. It can help identify patterns and
trends in multi-dimensional data sets, making it useful for analysing complex hydrogel
datasets [76].

Multivariate analysis involves the analysis of multiple variables simultaneously to
uncover hidden patterns and relationships that might not be apparent in individual stud-
ies [77].

Statistical methods are employed to ensure the quality and consistency of hydrogel
production. Control charts, process capability analysis, and six sigma methodologies help
