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Abstract: Hydrogel-based dressings exhibit suitable features for successful wound healing, including
flexibility, high water-vapor permeability and moisture retention, and exudate absorption capacity.
Moreover, enriching the hydrogel matrix with additional therapeutic components has the potential
to generate synergistic results. Thus, the present study centered on diabetic wound healing using a
Matrigel-enriched alginate hydrogel embedded with polylactic acid (PLA) microspheres containing
hydrogen peroxide (H,O;). The synthesis and physicochemical characterization of the samples,
performed to evidence their compositional and microstructural features, swelling, and oxygen-
entrapping capacity, were reported. For investigating the three-fold goal of the designed dressings
(i.e., releasing oxygen at the wound site and maintaining a moist environment for faster healing,
ensuring the absorption of a significant amount of exudate, and providing biocompatibility), in vivo
biological tests on wounds of diabetic mice were approached. Evaluating multiple aspects during the
healing process, the obtained composite material proved its efficiency for wound dressing applications
by accelerating wound healing and promoting angiogenesis in diabetic skin injuries.

Keywords: alginate-hydrogel-based dressing; oxygen-enriched polylactic acid microspheres;
Matrigel; skin; wound healing

1. Introduction

As hydrogels exhibit similar hydration with skin tissue and stimulate the epitheliza-
tion process, they represent an attractive choice for treating wounds of any type [1-3].
Moreover, their biomimicking microstructure, composition-related loading efficiency of
the therapeutic cargo, and circumstantial stimuli-responsive capacity provide indisputable
characteristics for fabricating advanced topical formulations [4,5].

In particular, hydrogels as dressings could be a viable option to control the water
permeability in injured skin [6]. This is an essential aspect that must be addressed because
injured skin causes considerable losses of water and fluids, about 20 times higher than those
caused by healthy skin. Regularly, the daily amount of water that is usually lost through
healthy skin is ~250 gm~2/day at 35 °C, while when the skin is affected, it can lose up to
5000 gm~2/day, depending on the wound type. These processes must be considered when
designing a wound dressing toward endowing it with high water-vapor permeability and
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the ability to absorb exudate fluid without causing other symptoms or conditions to patients.
Thus, a wound dressing must act as an adherent protective membrane and simultaneously
provide the conditions for optimal healing, with this balance being a challenge for research
in the field [7-12].

The naturally originating alginates are leading representatives of polysaccharide-
based hydrogels [13]. The reaction occurring during the formation of alginate-based
hydrogels is either ionic cross-linking mediated by COO™ groups or chemical cross-linking
between additional side chains. Alginates exhibit promising features for the fabrication of
performance-enhanced wound dressings. Specifically, given the intrinsic hydrophilicity,
alginate-based hydrogels can absorb significant amounts of exudate released by the wound.
Moreover, the alginate exerts a hemostatic effect when in contact with bleeding wounds
and stimulates angiogenesis while promoting cell proliferation and collagen production. It
also decreases the concentration of proinflammatory molecules (reactive species) and down-
regulates the secretion of proinflammatory cytokines in chronic wounds. Additionally,
the flexibility and easy removal make it a comfortable alternative to conventional wound
dressings. However, alginates present one main drawback, namely the lack of adhesivity,
therefore requiring the use of a secondary dressing or combination with other polymers to
improve the mechanical properties [14-18].

Polylactic acid (PLA) is a synthetic polyester recognized for good biocompatibil-
ity and characterized by thermoplasticity and suitable mechanical properties, including
strength [19]. This material has attractive medical applications, reportedly being used in
biodegradable sutures, scaffolds, and a wide range of drug delivery systems [20,21]. The
primary polylactic acid monomeric block is Lactide, characterized by L-lactide or D-lactide
type. The chirality type differentiates between the properties of the polymer, such as
mechanical properties, semi-crystalline/amorphous characteristics, and biodegradability.
For instance, it has been shown that D and mixed L/D forms have a higher degradability
rate than the L form. Compared to other polymers, the chirality-based chemical capacity
of polylactic acid (L, D, or L/D) leads to semi-permeable properties to water and oxygen,
thus being more susceptible to biodegradation compared to other polymers used in the
medical field [22-24]. Moreover, the degradation of PLA can be enhanced by enlarging
the surface area ratio or by increasing the porosity of the polymer. This is due to the fact
that the degradation process is active both outside the surface and within the core of the
polymer when the material shows porosity [25-28].

Another polymer of extensive use in biomedicine is polyvinyl alcohol (PVA), which
shows promising outcomes in the field owing to its favorable properties, such as biocom-
patibility, non-toxicity, easy film-forming ability, high hydrophilicity, and mechanical and
chemical resistance [29,30]. Given its versatile features, PVA is currently one of the oldest
and most used synthetic polymers in biomedical applications, such as wound dressings,
contact lenses, artificial organs, and drug delivery systems [31,32]. However, when blended
with other polymers, such as PLA, synergistic benefits of the PVA-based platforms have
been evidenced [33-35].

Besides choosing the optimum wound dressing substrate materials, the composite
can be further enriched with bioactive molecules that augment the restorative potential
and provide extensive therapeutic effects. For instance, the significant role of oxygen in
modulating the wound healing process is well known, whether acute or chronic. Specifi-
cally, proper wound oxygenation contributes to the formation of granulation tissues and
enhances collagen production, and also activates tissue-repairing pathways by providing
sufficient energy levels to support cellular events [35,36]. Moreover, the local incidence of
bacterial infection is significantly reduced, contributing to accelerated healing. In addition,
oxygen supply stimulates the angiogenesis in the wound sites and determines bacteriostatic
effects, being an essential factor for the physiological wound healing process [37-40]. Thus,
fabricating a dressing with the ability to provide oxygen to the wounded site represents an
appealing strategy to boost the healing process.
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One of the challenges in wound healing is vascularization, which can be sustained
or induced by a cocktail of immunomodulatory molecules and growth factors that play a
role in various steps of angiogenesis. Matrigel, a sterile and soluble extract from the basal
membrane matrix derived from the Englebreth—-Holm-Swarm tumor, represents a potential
choice to overcome the limitations that arise during the wound healing process. What is
very important is that Matrigel contains a mixture of structural proteins and proteoglycans,
and angiogenic growth factors, thus leading to the support and generation of new blood
vessels [41-44]. Therefore, its incorporation into the wound dressing will result in improved
vascularization of the affected tissue.

Out of the wide range of wound types, the diabetic foot ulcer represents a critical issue
in wound care management. It occurs in 20-30% of diabetic patients and culminates in
most cases with amputation surgery [45—48]. In diabetic patients, the inadequate glycemic
level significantly affects the wound healing process by the impossibility of closing the
ulceration. However, controlling glycemic levels is a serious challenge. Still, if this activity
is maintained correctly, the benefits will appear in the patient’s quality of life regarding
diabetic disease and chronic wound healing [49-54]. In this context, creating advanced
wound dressings for diabetic foot ulcers is of tremendous importance, being a current
focus of the scientific community and resulting in the elaboration of new and promising
therapeutic approaches [55-58].

Taking everything into account, this study aims to develop performant polymer-based
dressings that serve as platforms to treat diabetic ulceration with the help of oxygen activity.
The struggle to evolve in the way of developing new materials and methods for improving
the healing process of diabetic wounds led to obtaining some dressings that fulfill the
crucial needs to have conclusive results. In this respect, three hydrogel formulations were
developed herein (i.e., alginate hydrogel —HG, alginate hydrogel loaded with H,O,-PLA
microspheres—HG_OMs, and alginate hydrogel loaded with HyO,-PLA microspheres
and Matrigel—HG_OMs_MG) and characterized from the physicochemical and biological
points of view.

2. Materials and Methods
2.1. Materials

In order to obtain the alginate-based hydrogels, which additionally include PLA
microspheres that encapsulate H,O,, the following materials were used: polylactic acid
(PLA), polyvinyl alcohol (PVA), chloroform (CHCl3), hydrogen peroxide (H;O;), sodium
alginate, calcium chloride (CaCly), and Matrigel Matrix Growth Factor Reduced (code
BD 356321). All reagents were purchased from Sigma-Aldrich (Merck Group, Darmstadt,
Germany) and used as-received, without additional purification.

The same supplier provided most of the reagents used during the in vivo assays
(otherwise, the provider was properly mentioned).

To use the developed dressings as an effective remedy for skin defects, H,O, was
embedded in PLA microspheres that were further loaded in a multifunctional hydrogel
matrix that could control the oxygen release and prevent primary infection of the wound
surface while accelerating the healing process.

2.2. Synthesis of HyO,-PLA Microspheres (OMs)

A 2% (w/v) PVA solution in distilled water at 80 °C under continuous stirring was first
prepared. Then, the HyO; solution and 2% PVA solution were mixed at room temperature
(1:1 volume ratio) to obtain the hydrophilic part of the microemulsion preparation.

Secondly, a 50 mg/mL PLA/CHCI; mixture, representing the hydrophobic part,
was prepared.

Both solutions were mixed and subjected to ultrasound, according to the following
parameters: amplitude—50%, time of action—3 min (successive 3 s ON/3 s OFF steps).
The sonicated solution was washed and centrifuged for 15 min, under 6000 rpm, finally
obtaining a precipitate (coded as OMs) for further use and physicochemical analyses.
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2.3. Preparation of OMs-Loaded Alginate Hydrogels (HG_OMs and HG_OMs_MG)

All hydrogel formulations were prepared starting from a 5 mg/mL alginate solution.
Blank alginate solution resulted in the formation of HG hydrogel after CaCl,-mediated
cross-linking. Further, HO,-PLA microspheres dispersed in water were mixed with the
polysaccharide solution (1:7 volume ratio) to obtain the physically cross-linked HG_OMs
hydrogel. Finally, the HG_OMs_MG hydrogel was obtained using a similar protocol, but
2 mg of Matrigel was added.

Hydrogels were obtained in duplicate, one part being lyophilized and investigated
from a physicochemical point of view and another part being tested from a biological point
of view.

2.4. Physicochemical Characterization
2.4.1. Fourier Transform Infrared Spectroscopy (FTIR)

To investigate the compositional integrity of the prepared formulations, sequential
infrared studies were performed. A small amount of each sample was analyzed using
a ZnSe crystal of the Nicolet 6700 FI-IR spectrometer purchased from Thermo Fischer
Scientific (Madison, WI, USA). Measurements were performed at room temperature, with
32 sample scans/sample, between 4000 and 1000 cm~! at a resolution of 4 cm~!. Recording
and processing the information thus acquired was possible by using the OmnicPicta
program (version 8.2, Thermo Fischer Scientific, Madison, WI, USA).

2.4.2. Scanning Electron Microscopy (SEM)

Relevant information on the surface morphology and porosity of samples was obtained
by SEM analysis using an FEI Quanta Inspect F50 electron microscope from Thermo Fischer
Scientific (Hilsboro, OR, USA). The investigations were carried out in a high vacuum, using
the secondary electron mode at 20 and 30 keV acceleration voltages. To reduce electrical
charging through analysis, samples were capped with a thin gold film.

2.4.3. Swelling Rate

A biopsy punch was used to obtain cylindrical sections (5 mm diameter) from the
dressings, which were immersed in 2 mL of simulated body fluid (SBF, prepared according
to Kokubo’s protocol) at a temperature of 37 °C. Samples were weighed before and after
different time points of immersion in SBF, and their swelling rate was estimated using

the formula:

Swelling ratio = w x 100% 1)

where Wi and Wt are the samples’ mass before (initial) and after (time-point) SBF immersion.

2.4.4. Degradation Rate
Weighed HG and HG_OMs samples were immersed in SBF for 24 and 48 h, then dried

and weighed again. Mass changes in dried hydrogels were used to estimate the incipient
degradation of materials using the formula:

W0 — Wt

D dation = (1 —
egradation ( WO

> x 100% 2)
where W0 and Wt represent the mass of each hydrogel dressing before immersion in SBF
and after immersion/drying at different intervals.

2.4.5. Hydrogen Peroxide Quantification

Regarding the qualitative and quantitative analysis of HyO,, an HR-MS (FT-ICR)
protocol was developed using the well-known salicylic acid color reaction of Fe!ll ions after
Fell oxidation by HyO; [59]. The Felll (Salyc), complex was identified (327.9867, 329.9820,
and 330.9854 amu peaks) using as a reference the molecular cluster prediction from a
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simulation tool for high-resolution molecular clusters (Data Analysis software tool of the
SolariX system). In addition, the fine isotopic structure of the 330.9854 amu peak was used
as confirmation for the qualitative analysis approach (330.9825 amu—!2Cy4'H;;> Fe'®Oy,
330.9845 amu—12C3'3C1H;(*°Fe'®Oy, 330.9884 amu—!2Cy4' Hy?HFel®Og). For mass
calibration purposes, a NaTFA solution was used in positive ESI ionization mode). After
the sample preparation step, the sample and all calibration samples were analyzed using
FT-ICR MS, using the direct infusion sample introduction device and positive ESI ionization
mode. For the quantitative analysis approach, the 329.9820 amu mass peak was used, and
calibration was performed using different H,O, concentrations in the 35-150 mg/L range,
where a R? = 0.9905 was obtained using the y = 0.0015x + 0.5054 regression trendline. The
average mass resolution of the 329.9820 amu mass peak was 1,063,690 (sd 0.431) FWHM.

All HR-MS analyses were performed by an FI-ICR MS with a 15 T superconducting
magnet (solar X—XR, QqqFT-ICR, Bruker Daltonics) with electrospray ionization (ESI)
device and direct infusion for sample introduction. For the positive ESI ionization exper-
iments, the sample was introduced at a sample flow rate of 120 puL/h, a nebulizing gas
pressure (Ny) of 2.5 bar at 200 °C, and a flow rate of 1 L/min. The spectra were recorded
over a mass range between 250 and 480 uam at a source voltage of 3700 V [60].

2.5. Biological Evaluation
2.5.1. In Vivo Experimental Design

The present study followed the ethics criteria of the Animal Facility regulation and
Ethical Research Committee at Vasile Goldis Western University of Arad, Romania.

Male CD1 mice (weight 25~30 g, 8 weeks of age) were intraperitoneally injected
with streptozotocin (STZ, Santa Cruz Biotechnology, the Netherlands; 102 mg/kg body
weight) in 50 mM citrate buffer (pH 4.5) to induce diabetes. Four days after injection,
blood glucose levels were measured using an Accu-check Blood Glucose Meter (Roche
Diagnostics, Indianapolis, IN, USA). A diabetic phenotype in the animals was confirmed
with a blood glucose level of over 400 mg/dL.

Diabetic mice were anesthetized with intramuscular ketamine hydrochloride and
xylazine injection, and the surgical area was shaved. Full-thickness dermal wounds with a
diameter of 3 mm were removed at four places on each side of the back created using a
3 mm biopsy punch, and fixed with a silicone ring to avoid wound contraction.

Four types of skin wounds per animal were performed (Figure 1): 1. only the thick der-
mis was removed (control, C); 2. the wound was transplanted with alginate hydrogel (HG);
3. the wound was transplanted with oxygen-releasing alginate hydrogel, containing H,O;-
PLA microspheres (HG_OMs); 4. the wound was transplanted with an oxygen-releasing
hydrogel, containing HyO,-PLA microspheres and 4.44 ng/mg of Matrigel (HG_OMs_MG).
The dressing covered just the area of the skin defect. After applying the primary dressing,
the wound area was covered with gauze and secured by the adhesive bandage. On days 3
and 7, tissue samples were collected for histopathological analysis.

Al
& © ¢
& g p C --
. i Injury only = J - HG
B &
x “kf HG_OMs @’ . . HG_OMs
> “ 8 - _MG
: ",h 5

Figure 1. The surgical procedure used on the murine model. (A) Execution of the skin defect.
(B) Placement of the silicone rings. (C) Placement of hydrogels.
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2.5.2. Histopathology

The skin explants were washed with phosphate-buffered saline (PBS) and fixed in 4%
paraformaldehyde (PFA) for 24 h. After fixation, samples were dehydrated after sequen-
tial immersion in increasing concentrations of alcohols, cleared, and further embedded
in paraffin blocks. Histological sections (5 pm) were prepared using a microtome and
subsequently stained with hematoxylin & eosin (H&E, BioOptica, Italy) for morphological
analysis and Dane stain (Titolchimica, Italy, TC 20822) to highlight pre-keratin and keratin
on wound sites. The differentiation of pre-keratin and keratin, obtained through the Orange
G solution, is evidenced by color variations (orange and red-orange, respectively).

The stained sections were examined under light microscopy using an Olympus BX43
microscope (Olympus Life Science, Japan) and photographed using a digital camera (Olym-
pus XC30).

3. Results
3.1. Physicochemical Characterization

Figure 2 presents the FTIR spectra of OMs, HG, and HG_OMs samples. All spectra
show a broad vibration band between 3100 and 3400 cm ™!, characteristic of abundant OH
groups originating from the hydrophilic polymers used in our study [61,62].

0.3 -
HG
1 OMs
—HG OMs
0.2 1
(]
(%)
c
o i
2
(o]
2 01-
<
0.0 : T ' w2 W, T R S

T T T T
4000 3500 3000 2500 2000 1500 1000 500
Wavenumber (cm™)

Figure 2. The FT-IR spectra of HG, Oms, and HG_OMs.

Vibrational bands between 1500 and 1750 cm ! are characteristic of C=O groups specif-
ically shown in the PLA structure (OMs sample) and COO™ moieties within the alginate
(HG and HG_OM s samples). Overlapped infrared vibrations can be noticed at ~1400 cm !
(symmetric deformation of PLA methyl and symmetric stretching of alginate-originating
carboxyl) and between 1000 and 1100 cm~! (C-O-C vibrations from both biopolymers
and PVA-specific C-O stretching) [63,64]. The absorption bands in the 2800-3000 cm !
wavenumber range are attributed to characteristic vibrations of the C-H groups.

The SEM micrographs of PLA-based systems (Figure 3) show their spherical morphol-
ogy and comparable dimensions. Polymeric spheres of micronic dimensions (1-3 pm),
with smooth surfaces and no clear signs of structural damage, are obtained using an
adapted emulsification protocol. At the same time, microsphere aggregates, consisting of
interconnected particles, can be noticed.

The SEM analysis of the hydrogel dressings reveals that HG (Figure 4) and HG_OMs
(Figure 5) samples show a highly porous structure, which is beneficial for stimulating the
cell adhesion process and promoting cellular proliferation and migration. However, the
main difference between these samples relies on the pore structure, which is significantly
modified following the addition of PLA-based microspheres.
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Figure 4. SEM images of HG control sample (a,b) and pore size distribution (c).
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Figure 5. SEM images of HG_OMs (a-d) and pore size distribution (e).

The collected micrographs show the uniform macroporosity and interconnected pore

structure of the HG control sample (Figure 5), with a measured average pore size of
79.72 £ 2.12 um. The smooth surface of pore walls can also be noticed.



Pharmaceutics 2023, 15, 857

9o0f21

200

180

Swelling (%)

120 £ &

100

160

et
. o

500

......

As previously mentioned, a distinctive pore structure of alginate-based hydrogels
is evidenced after the addition of OMs (Figure 5), resulting in an increased and more
heterogenous porosity. Wider pores, having an average dimension of 110.25 & 6.15 um,
have been estimated for the HG_OMs hydrogel. It can be seen that the spheres are evenly
distributed on the surface of the hydrogel but also within the hydrogel matrix (evidenced
by the presence of an irregular and textured surface of the pore walls). Correlated with
the SEM data obtained for the hydrogel-free spheres, one can notice that the OMs spheres
retain their micronic dimensions after loading in the hydrogel matrix, with values ranging
from ~1 pum (spheres distributed within the hydrogel) to ~3 um (spheres distributed on the
surface of the hydrogel).

Mass variations of HG and HG_OM s soaked in SBEF, directly correlated with the
swelling rate in hydrogel formulations, are represented in Figure 6a. A time-dependent
ability for progressive swelling is noticed for both samples, with a maximal swelling degree
of ~140% (HG) and ~160% (HG_OMs) after 2 days. Complementary results evidence the
time-dependent degradation of both hydrogels, with a reduced rate in the case of the
HG_OMs dressing (Figure 6b).

...... HG OMs (b)4o-
= HG
351 =5 HG_OMs
............ 30 ——
......... [
............ R 25+
........... c
................. S
............... < 204
------ <
) o
0 154
10+
54
1000 1500 2000 2500 3000 0 . .
Time (min.) 28h 48h

Time
Figure 6. Swelling rate (a) and degradation (b) of HG and HG_OM:s.

3.2. Gross Morphological Analysis of the Wounds

Figure 7 shows the gross aspects of the hydrogel-dressing-treated wounds compared
to full-thickness skin defects (control) at 3 and 7 days post-injury. The size of wounds
treated with HG_OMs_MBG is smaller than those treated with HG_OMs and HG, and
the gross aspect of the skin is improved at both time intervals post-surgery. Moreover,
the wound dressing with the alginate hydrogel containing oxygen-enriched microspheres
and Matrigel is almost the same, the re-epithelization is near completion, and no edema,
erythema, or other clinical signs of inflammation are observed.

3.3. Histological Aspect of the Wounds 3 Days after Injury (H&E Stain)

Histological analysis of the full-thickness skin defect on day 3 post-surgery shows a
large and diffuse area of granulation tissue (GT) and proliferated keratin. Under GT, ex-
tended edema and inflammatory cells, mainly neutrophils, have been identified (Figure 8).

The hydrogel-treated wound histology shows a reduction in the granulation tissue and
less keratin on the surface. The edema area is reduced, and the presence of inflammatory
cells is lower compared to the control (Figure 9).
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(a) (b) (c) (d)

Figure 7. Gross morphology of wounds at different time points after surgery. (Right) Wound closures
were observed on days 3 and 7 after the wound injury. (a) Full-thickness skin defect (control);
(b) alginate hydrogel dressing (HG); (c) oxygen-releasing alginate hydrogel containing HyO,-PLA
microspheres (HG_OMs); (d) oxygen-releasing hydrogel, containing HyO,-PLA microspheres and
4.44 pg/mg (HG_OMs_MG). (Left) Wound closure size (cm?).

Figure 8. The histological aspect of the full-thickness skin defect at 3 days (H&E stain). Sym-
bols: dotted line—separates healthy skin from the defect; GT—granulation tissue; *—edema;
circle—neutrophils, K—keratin.

Figure 9. The histological aspect of the skin defect filled with HG at 3 days (H&E stain). Symbols:
dotted line—separates healthy skin from the defect; GT—granulation tissue; circle—neutrophils.
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When treated with oxygen-entrapping PLA microspheres embedded into a hydrogel
dressing, an improved histopathological aspect of the skin is observed, with the collected
micrographs showing a progressive healing process characterized by a good delimita-
tion of the granulation tissue. Moreover, the edema is not present on the wound site,
demonstrating the efficient activity of the dressing (Figure 10).

Figure 10. The histological aspect of the skin defect filled with HG_OMs at 3 days (H&E stain).
Symbols: GT—granulation tissue.

Compared to the control and the previous wound dressings (HG and HG_OMs), the
addition of Matrigel significantly improves the morphological aspect of the injured skin
(Figure 11). The granulation tissue is well-defined and much thinner, in contrast to the
explant results without Matrigel. Few inflammatory cells are observed, but sufficient to
support the healing process.

Figure 11. The histological aspect of the skin defect filled with HG-OMs_-MG at 3 days (H&E stain).
Symbols: GT—granulation tissue; circle—extended vascular area; arrow—neutrophil extravasation.

The presence of Matrigel within the hydrogel dressing has a clear influence on the
healing of skin tissue, with the angiogenesis process being activated and wound healing
being well promoted.

In the first 3 days, regeneration processes that activate the acute inflammatory events
are represented by neutrophils and granular tissue presence. In the case of Matrigel-
enriched hydrogel, the process of forming new blood vessels is also observed.

3.4. Histological Aspect of the Wounds 7 Days after Injury (H&E Stain)

The histological analysis of the un-dressing full thick skin 7 days after the surgery
shows no epidermal formation. The area of the dermis formed by connective tissue is very
weak, which is unusual for normal healing after 7 days, as it should form the skin. The
arrow illustrates the vascularization that occurs after 7 days from the defect (Figure 12).
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Figure 12. The histological aspect of the full-thickness skin defect at 7 days (H&E stain). Symbols:
dotted line—separates healthy skin from the defect; circle, arrow—new capillaries.

The tissue of the affected area treated with alginate hydrogel shows the formation of a
new thin epidermis (NE), while the presence of isolated epithelial cells is also observed
at the characteristic dermis area. The dermis shows a disturbed organization populated
with collagen fibers, which makes the connection between the epidermis and dermis very
fragile, with bleeding even occurring (Figure 13).

sy

T

N TR RN ey Lol
y (R

£y’ f.}p et ;,_,,é.,n\ 1
Gl R

Figure 13. The histological aspect of the skin defect filled with HG at 7 days (H&E stain). Symbols:
NE—new epidermis; arrow—epithelial cells in the dermis.

After 7 days of treatment with the OMs-loaded hydrogel dressing, the formation of a
new epidermis that tightly continues with a dermis can be noticed. Several collagen fibers
are observed at the dermal level compared to the blank hydrogel, but the development of
normal skin is not achieved. The presence of more capillaries, contrary to the control group,
is evidenced by the arrow (Figure 14).

Figure 14. The histological aspect of the skin defect filled with HG-OMs at 7 days (H&E stain). Symbols:
dotted line—separates healthy skin from the defect; NE—new epidermis; arrow—new capillaries.

The influence of Matrigel on the healing ability of the H,O,—PLA microspheres-loaded
hydrogel dressing is evident after 7 days of defect occurrence (Figure 15). One can easily
see the appearance of the new epidermis, which is thicker and better defined than in the
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case of HG-/HG_OMs-treated wounds. Its structure is characteristic of normal skin, so
after 7 days, a normal epidermis is completely formed.

Figure 15. The histological aspect of the skin defect filled with HG-OMs-MG at 7 days (H&E stain).
Symbols: dotted line—separates healthy skin from the defect; NE—new epidermis; circle—the
proliferation of capillaries in a mature dermis; arrow—new capillaries.

3.5. Histological Aspect of the Keratinization Process (Dane Stain)

Dane coloring with orange/red-orange highlights the formation of keratin and pre-
keratin, whereas the green color highlights the collagen in the skin. The collected micro-
graphs of as-stained tissue specimens are included in Figure 16.

Skin defect HG HG_OMs HG_OMs_MG

Figure 16. The histological aspect of the keratinization process during the healing process of the
epidermis (Dane stain).

Three days after the surgery, all wounds begin a keratinization process. However,
there is a notable difference in keratinization in uncovered skin defects compared to the
skin treated with synthesized hydrogels. The difference is in defining keratinization more
precisely in the epidermis, so the healing process is more advanced than untreated defects.

Moreover, in the case of the explant treated with the Matrigel-enriched hydrogel, it is
noteworthy that collagen production (stained in green) is more intense than in the other
experimental groups.

At 7 days, the histopathological aspects highlight the successful keratinization pro-
cess. Cells that produce keratin and pre-keratin appear deeply in the epidermis and find
themselves even in the papillary dermis, which is not shown in the other groups.

In the case of HG_OMs_MG-treated wounds, keratin is observed only in the epidermis,
which correlates with the normal appearance of mature skin. In addition, the keratin layer
is thinner and better defined.
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These effects demonstrate similar characteristics with normal skin, so even after 7 days,
the same HG_OMs_MG hydrogel is proven the most effective in treating wounds.

The collagen distribution differs depending on the material used, so after 7 days of the
defect, collagen exhibits a normal appearance only for HG_Oms and HG_Oms_MG explants.

4. Discussion

Hydrogels have been extensively used in recent studies as promising materials for
wound dressings suitable for different injuries [17], including diabetic foot ulcers. Poly-
mers such as chitosan [65-68], alginate [65,68,69], gelatin [69], bacterial cellulose [70], and
polyvinyl alcohol [66,67,71] have been reported as useful substrate materials for healing
cutaneous lesions.

Given the attractive properties of polymeric materials in general and alginate in par-
ticular, this study explored the use of alginate-based hydrogels to enhance the healing of
wounds in diabetic mice. The metabolic imbalance occurring in diabetic patients, in conjunc-
tion with diabetes-associated vascular conditions, causes a delayed and impaired healing
process in skin injuries, generally resulting in chronic and complicated wounds [72,73].
As they undergo hypoxia, which alters the healing process through immune and cellular
events, the fabrication of oxygen-releasing platforms emerges as a promising strategy for
the local management of diabetic wounds [74,75]. Therefore, to improve the restorative
potential of the herein-proposed hydrogels, oxygen-entrapping PLA microspheres were
fabricated and incorporated into the base materials.

Following their sequential investigation, FT-IR analysis demonstrated the efficient
fabrication of composite formulations (Figure 2). For instance, the signature ester of PLA
was identified at ~1680 cm ™!, a slightly shifted position when compared to other PLA-based
formulations [76—78]. This was particularly assigned to the vibrations of the hydrogen-
bounded carbonyl, which resulted in entrapping the HyO, within the polymer matrix.
Consistent with this observation, OMs had the most intense band in the hydroxyl region
due to their dual origin (PVA and hydrogen peroxide). The formation of oxygen-enriched
PLA-based microspheres was supported by the infrared data of HG_OMs hydrogels, which
evidenced a decrease in the hydroxyl band but still a more intense signal compared to the
pristine HG sample. In the case of HG_OMs hydrogels, cumulative overlapped signals
for moieties in the 1000-1650 cm~! region were evidenced, confirming their composite
formulation. Moreover, the embedding of OMs within the hydrogel matrix was evidenced
by the modifications that occurred in C-H vibrations, which switched from a sharper double-
humped aspect (due to intense symmetric and asymmetric vibrations of PLA-originating
methyl side groups) [79,80] to a reduced-in-intensity broader band (due to predominant
vibrational modes of aliphatic C-H from the hydrogel matrix) [81,82]. Hydrogel formation
was confirmed for HG and HG_OMs samples through the presence of alginate-originating
asymmetric vibrations of COO- (~1600 cm~!) involved in ionic bonding [83,84].

PLA-based spheres have been extensively investigated as bioactive, non-immunogenic,
and biodegradable carriers for controlled and targeted therapeutic formulations [85,86].
PVA addition is usually preferred to properly tune the hydrophobic nature, stability, and
degradation rate of PLA-based systems, but also the loading efficiency of the therapeutic
payload [87,88]. Using an adapted microemulsion protocol, hydrogen peroxide was easily
and successfully embedded within polyester formulations. The H,O,-loaded PLA-based
systems (OMs) displayed smooth surfaces, a spherical morphology, and micrometric size,
with diameters ranging from 1 to 3 pm, as evidenced through SEM micrographs (Figure 3).
Moreover, when added to the alginate hydrogel, the spheres maintained their dimensions
and were evenly distributed both on the surface and within the hydrogel matrix (Figure 5).

The size order of the HyO,-PLA microspheres is consistent with other findings on
the fabrication of oxygen-generating polymeric particles, with our spheres reaching even
smaller dimensions than previously described. For instance, Nejati et al. [89] obtained
PLA microparticles loaded with polyvinylpyrrolidone/hydrogen peroxide with average
diameters between ~20 um and ~90 pm. In comparison, Zhang and colleagues [90] syn-
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thesized oxygen-releasing polycaprolactone/calcium peroxide microspheres with sizes
ranging from ~6 um to ~30 um.

Porosity represents an essential aspect that must be addressed when designing and
fabricating functional wound dressings. The intrinsic porosity of polymer-based hydrogels
is beneficial for providing biomechanical support, nutrient transport, and moisture reten-
tion while mimicking the natural local microenvironment and promoting cell ingrowth and
migration, and later reparative/regenerative events, finally leading to structural and func-
tional restoration [91,92]. The alginate hydrogels developed herein exhibited a favorable
interconnected porous structure, with pores in the micrometric range (average pore size of
79.72 £ 2.12 and 110.25 £ 6.15 um for HG and HG_OMs, respectively) (Figures 4 and 5).
These findings are in accordance with similar studies [93-95], as previously reported struc-
tures presented comparable architecture and pore sizes (i.e., 50-150 um and 5-15 um,
respectively) [94,95]. SEM analysis revealed the interconnected and uniform macroporosity
of HG hydrogel, but also the smooth surface of the pore walls. By contrast, the HG_OMs
hydrogel exhibited increased heterogeneous porosity, with HyO,-PLA microspheres being
distributed both onto and within the hydrogel.

Assessing the swelling behavior of dressing materials under biomimicking fluids pro-
vides essential information on their moisture absorption capacity, which is a relevant aspect
for predicting their ability to absorb local exudate and edema. As SBF has similar ionic
concentrations to human blood plasma, it was used in our study to evaluate the moisture
uptake in hydrogel dressings (Figure 6a). It has been evidenced that both formulations
had an important capacity to retain the fluid, starting from the first minutes of interaction
and following a similar pattern. However, the addition of OMs determined a delayed
dissolution of the hydrogel’s network, further resulting in increasing the SBF retention. This
observation was better evidenced after 8 h of immersion due to the cumulative roles of OMs
blocking the fluid from reaching the HG network and larger pores within the HG_OMs
sample. Both hydrogels reached their maximal uptake capacity after 24 h, with ~160% and
~200% swelling rates being observed for HG and HG_OMs, respectively. After this time
point, a decrease in their capacity to absorb the liquid occurred, finally resulting in ~140%
(HG) and ~160% (HG_OMs) swelling rates. This decrease resulted from the degradation of
both formulations (Figure 6b). A time-dependent loss in their mass was evidenced for HG
and HG_OMs hydrogels, with no significant differences regarding the mass loss variation
for samples of the same type. Though their porosity and fluid uptake rate were higher
for HG_OMs, a reduced degradation was noticed for this hydrogel after the considered
time points. This particular outcome was associated with the presence of PLA-based micro-
spheres, which increased the stability of HG. Taking all into account, HG_OMs hydrogels
showed increased interconnected microporosity, enhanced fluid retention capacity, and
reduced degradation rate, being suitable for wound dressing applications.

The amount of H,O,, quantified using FT-ICR MS, was estimated as 1.97 ppm. During
the inflammation of the tissue, the concentration of the HyO; is predicted to reach millimolar
levels. HyO, levels are an important aspect of cellular functions and proliferation, but they
can also cause cell death, which is necessary to generate at reduced levels in wounds [96,97].

In diabetic wounds, the impaired inflammation and proliferation phases of the healing
process, local hypoxia, and inefficient immune and cellular responses lead to microenvironment-
induced chronic hypoxia. Exacerbated and prolonged hypoxic conditions drastically in-
tercept the angiogenesis process, further causing delayed and complicated healing [98,99].
In this context, wound oxygenation by means of topical oxygen therapy represents an
emerging strategy for the healing of diabetic wounds, with promising therapeutic out-
comes being reported for oxygen-releasing/-generating platforms [100,101] and oxygen-
delivery/antioxidant formulations [102,103]. Herein, oxygen-releasing hydrogel dressings
were proposed to promote angiogenesis for faster and more effective wound healing.

Our study evaluated the healing ability of hydrogel dressings on full-thickness dermal
wounds of streptozotocin-induced diabetic mice. Following a 3-day and 7-day treatment,
histopathological analysis was performed to collect information on the healing process. In
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comparison with untreated wounds, a reduction in local edema and inflammatory cells
(3 days), but also the formation of the new epidermis and the presence of more blood vessels
(7 days) were noticed after the treatment with HG dressings. These results are consistent
with previous studies, validating alginate-based hydrogel’s high moisture absorption and
pro-angiogenic effects [104,105]. Wounds treated with hydrogels embedding H,O,-PLA
microspheres (HG_OMs group) showed no edema and significantly reduced inflammation
after 3 days, while the formation of more and uniformly distributed capillaries and the
presence of collagen fibers were evidenced after the longer treatment. As these findings
were superior to the case of HG-treated wounds, we concluded that the oxygen released
from polymeric spheres encouraged such beneficial outcomes, given the importance of
oxygen in stimulating collagen production [106]. For what concerns the wounds treated
with the HG_OMs_MG hydrogel dressing and in addition to the previous treatment group,
well-defined granulation tissue and new capillaries were noticed after 3 days due to
the structural support and biomolecule input provided by Matrigel [107] respectively.
Moreover, a completely normal epidermis layer was observed, and a denser collagen
network was observed after 7 days. Complementarily, a successful keratinization process
occurred only in the epidermis of the HG_OMs_MG-treated wounds, representing a clear
sign of mature skin.

The oxygen-releasing ability of the hydrogels incorporating PLA microspheres im-
proved the skin’s histopathological aspect, allowed a progressive healing process, and
supported angiogenesis. Even though both oxygen-enriched hydrogel formulations led
to better wound healing results than the untreated skin defect and the pristine alginate-
treated wound, the best outcomes were noted for the Matrigel-containing hydrogel dressing.
These results were predictable, as Matrigel has been successfully employed in the design
of wound dressings for skin repair and regeneration, owing to the synergistic action of
constituent macromolecules and growth factors [43].

Our findings revealed that the HG_OMs_MG formulation offers the best healing
outcomes, being able to almost close the skin defect 7 days post-injury. In comparison with
other tested hydrogels, the HG_OMs_MG showed remarkable results, counting the lack of
edema, erythema, or other clinical signs of inflammation, the presence of much thinner and
better-defined granulation tissue, the normal aspect of mature skin, and the appearance
of a new thicker and well-defined epidermis. In addition, the HG_OMs_MG dressings
proved, stimulated (3 days), and promoted the angiogenesis process, as evidenced at 7 days
post-injury by the abundance of newly formed capillaries. This result validated the faster
wound healing ability of HG_OMs_MG hydrogel, as angiogenesis is known to play an
important role during the healing of injured skin.

Thus, the developed hydrogel holds great promise in wound healing applications,
being a desirable candidate for the proper treatment of skin defects in diabetic patients.

5. Conclusions

This study aimed to prepare a new oxygen-releasing dressing to promote angiogen-
esis for faster and more effective wound healing. The goal was achieved by embedding
hydrogen-peroxide-containing PLA microspheres in an alginate-based hydrogel matrix
(HG_OMs). Moreover, the addition of Matrigel in the hydrogel dressing (HG_OMs_MG)
improved the therapeutic outcomes, as revealed by in vivo tests.

FT-IR analysis confirmed the formation of composite hydrogels, while SEM characteri-
zation evidenced their advantageous architecture. Specifically, HyO,-PLA microspheres
were evenly distributed onto the surface and within the HG matrix, resulting in the for-
mation of HG_OMs hydrogel, which exhibited a heterogenous interconnected porosity.
This particular morphology is fitting for oxygen diffusion while allowing cell interaction
and adhesion.

The suitability of the composite dressings in wound healing applications was con-
firmed by in vivo tests on diabetic mice. After 3 days from a skin injury, the wound healing
starts with granulation tissue and acute inflammation progression, mainly characterized
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by neutrophil extravasation. The healing process was observed to be more advanced in
the order HG_OMsMG > HG_OMs > HG > empty defect. After 7 days from a skin injury,
the new epidermis was formed in all experimental groups, except the empty defect. The
healing process (which includes the epidermis and dermis) and angiogenesis were effective
in the order HG_OMs_MG > HG_OMs > HG.

In conclusion, by providing oxygen, extracellular matrix proteins, and specific growth
factors, the HG_OMs_MG dressing could support diabetic wound healing in 7 days,
holding promise as an alternative treatment strategy for diabetic foot ulceration.

Author Contributions: Conceptualization, A.C.B.,, AM.G., E.A., A.O.H.; methodology, E.A., A.O.H,;
formal analysis, A.C.B.,C.C.,, A.G.N,,HH, CB.,, MR, BM,, O.G, B.S.V,, D.EM,; investigation, A.C.B.,
CC,AGN, HH, CB, MR, BM, O.G,BS.V, AM.G, EA, AO.H, D.EM.,; writing—original
draft preparation, A.C.B., C.C.,, A.GN.,, HH,, C.B, MR, BM,, O.G, BS.V, AMG, EA., AOH,;
writing—review and editing, A.C.B., AM.G., E.A., A.O.H. All authors have read and agreed to the
published version of the manuscript.

Funding: This research received no external funding.
Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

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

References

1.  Zhang, X,; Kang, X,; Jin, L.; Bai, J.; Liu, W.; Wang, Z. Stimulation of wound healing using bioinspired hydrogels with basic
fibroblast growth factor (bFGF). Int. ]. Nanomed. 2018, 13, 3897. [CrossRef]

2. Guebitz, G.M.; Nyanhongo, G.S. Enzymes as Green Catalysts and Interactive Biomolecules in Wound Dressing Hydrogels. Trends
Biotechnol. 2018, 36, 1040-1053. [CrossRef] [PubMed]

3. Atma, Y. Synthesis and Application of Fish Gelatin for Hydrogels/Composite Hydrogels: A Review. Biointerface Res. Appl. Chem.
2022, 12, 3966-3976. [CrossRef]

4. Sun, M.; Zhu, C.; Long, J.; Lu, C.; Pan, X.; Wu, C. PLGA microsphere-based composite hydrogel for dual delivery of ciprofloxacin
and ginsenoside Rh2 to treat Staphylococcus aureus-induced skin infections. Drug Deliv. 2020, 27, 632-641. [CrossRef] [PubMed]

5. Suo, H.; Hussain, M.; Wang, H.; Zhou, N.; Tao, J.; Jiang, H.; Zhu, J. Injectable and pH-Sensitive Hyaluronic Acid-Based Hydrogels
with On-Demand Release of Antimicrobial Peptides for Infected Wound Healing. Biomacromolecules 2021, 22, 3049-3059. [CrossRef]

6.  Sanoh, N.C.; Salazar, G.M.; Penaloza, D.P. Magnetic Biopolymeric Hydrogel Composite Material with Self-healing Attribute.
Biointerface Res. Appl. Chem. 2021, 11, 14881-14888. [CrossRef]

7. Dissemond, J.; Augustin, M.; Eming, S.A.; Goerge, T.; Horn, T.; Karrer, S.; Schumann, H.; Stiicker, M.; Working Group for Wound
Healing (AGW) of the German Society of Dermatology (DDG). Modern wound care—practical aspects of non-interventional
topical treatment of patients with chronic wounds. [DDG J. Dtsch. Dermatol. Ges. 2014, 12, 541-554. [CrossRef]

8. Kamoun, E.A,; Kenawy, E.-R.S.; Chen, X. A review on polymeric hydrogel membranes for wound dressing applications:
PVA-based hydrogel dressings. J. Adv. Res. 2017, 8, 217-233. [CrossRef]

9.  Wu, X,; Liu, R.; Lao, T.T. Therapeutic compression materials and wound dressings for chronic venous insufficiency: A compre-
hensive review. J. Biomed. Mater. Res. Part B Appl. Biomater. 2020, 108, 892-909. [CrossRef]

10. Koehler, J.; Brandl, EP.; Goepferich, A.M. Hydrogel wound dressings for bioactive treatment of acute and chronic wounds. Eur.
Polym. ]. 2018, 100, 1-11. [CrossRef]

11. Liu, H; Wang, C.; Li, C; Qin, Y.; Wang, Z.; Yang, E; Li, Z.; Wang, J. A functional chitosan-based hydrogel as a wound dressing
and drug delivery system in the treatment of wound healing. RSC Adv. 2018, 8, 7533-7549. [CrossRef] [PubMed]

12. Ullah, F; Javed, E; Khan, A.; Kudus, M.; Jamila, N.; Minhaz, A.; Akil, H. Synthesis and surface modification of chitosan built
nanohydrogel with antiviral and antimicrobial agent for controlled drug delivery. Biointerface Res. Appl. Chem. 2019, 9, 4439-4445.

13. Kaidji, S.; Belattmania, Z.; Bentiss, F; Jama, C.; Reani, A.; Sabour, B. Synthesis and Characterization of Silver Nanoparticles Using
Alginate from the Brown Seaweed Laminaria ochroleuca: Structural Features and Antibacterial Activity. Biointerface Res. Appl.
Chem. 2022, 12, 6046—6057. [CrossRef]

14. Zhang, M.; Zhao, X. Alginate hydrogel dressings for advanced wound management. Int. J. Biol. Macromol. 2020, 162, 1414-1428.
[CrossRef] [PubMed]

15. Bahadoran, M.; Shamloo, A.; Nokoorani, Y.D. Development of a polyvinyl alcohol/sodium alginate hydrogel-based scaffold
incorporating bFGF-encapsulated microspheres for accelerated wound healing. Sci. Rep. 2020, 10, 7342. [CrossRef] [PubMed]

16. Fahmy, A.; Khafagy, R.; Elhaes, H.; Ibrahim, M. Molecular properties of polyvinyl alcohol /sodium alginate composite. Biointerface

Res. Appl. Chem. 2020, 10, 4734-4739.


http://doi.org/10.2147/IJN.S168998
http://doi.org/10.1016/j.tibtech.2018.05.006
http://www.ncbi.nlm.nih.gov/pubmed/29914650
http://doi.org/10.33263/briac123.39663976
http://doi.org/10.1080/10717544.2020.1756985
http://www.ncbi.nlm.nih.gov/pubmed/32329376
http://doi.org/10.1021/acs.biomac.1c00502
http://doi.org/10.33263/briac116.1488114888
http://doi.org/10.1111/ddg.12351
http://doi.org/10.1016/j.jare.2017.01.005
http://doi.org/10.1002/jbm.b.34443
http://doi.org/10.1016/j.eurpolymj.2017.12.046
http://doi.org/10.1039/C7RA13510F
http://www.ncbi.nlm.nih.gov/pubmed/35539132
http://doi.org/10.33263/briac125.60466057
http://doi.org/10.1016/j.ijbiomac.2020.07.311
http://www.ncbi.nlm.nih.gov/pubmed/32777428
http://doi.org/10.1038/s41598-020-64480-9
http://www.ncbi.nlm.nih.gov/pubmed/32355267

Pharmaceutics 2023, 15, 857 18 of 21

17.

18.
19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Weller, C.D.; Team, V.; Sussman, G. First-line interactive wound dressing update: A comprehensive review of the evidence. Front.
Pharmacol. 2020, 11, 155. [CrossRef]

Aderibigbe, B.A.; Buyana, B. Alginate in wound dressings. Pharmaceutics 2018, 10, 42. [CrossRef]

Redondo, EL.; Giaroli, M.C.; Ciolino, A.E.; Ninago, M.D. Preparation of Porous Poly(Lactic Acid)/Tricalcium Phosphate
Composite Scaffolds for Tissue Engineering. Biointerface Res. Appl. Chem. 2022, 12, 5610-5624. [CrossRef]

Zarrintaj, P.; Saeb, M.R,; Jafari, S.H.; Mozafari, M. Application of compatibilized polymer blends in biomedical fields. In
Compatibilization of Polymer Blends; Elsevier: Amsterdam, The Netherlands, 2020; pp. 511-537.

Hamid, Z.A; Tham, C.; Ahmad, Z. Preparation and optimization of surface-engineered poly (lactic acid) microspheres as a drug
delivery device. |. Mater. Sci. 2018, 53, 4745-4758. [CrossRef]

Da Silva, D.; Kaduri, M.; Poley, M.; Adir, O.; Krinsky, N.; Shainsky-Roitman, J.; Schroeder, A. Biocompatibility, biodegradation
and excretion of polylactic acid (PLA) in medical implants and theranostic systems. Chem. Eng. ]. 2018, 340, 9-14. [CrossRef]
Singhvi, M.; Zinjarde, S.; Gokhale, D. Polylactic acid: Synthesis and biomedical applications. J. Appl. Microbiol. 2019, 127,
1612-1626. [CrossRef]

Sin, L.T.; Rahmat, A.R.; Rahman, W.A.W.A. 4—Chemical Properties of Poly (lactic Acid). In Polylactic Acid; Sin, L.T., Rahmat, A.R.,
Rahman, WA W.A,, Eds.; William Andrew Publishing: Oxford, UK, 2013; pp. 143-176.

Elsawy, M.A,; Kim, K.-H.; Park, J.-W.; Deep, A. Hydrolytic degradation of polylactic acid (PLA) and its composites. Renew.
Sustain. Energy Rev. 2017, 79, 1346-1352. [CrossRef]

Darabian, B.; Bagheri, H.; Mohammadi, S. Improvement in mechanical properties and biodegradability of PLA using poly
(ethylene glycol) and triacetin for antibacterial wound dressing applications. Prog. Biomater. 2020, 9, 45-64. [CrossRef]

Bi, H,; Feng, T,; Li, B.; Han, Y. In Vitro and In Vivo Comparison study of electrospun PLA and PLA/PVA/SA fiber membranes for
wound healing. Polymers 2020, 12, 839. [CrossRef]

Fattahi, ES.; Khoddami, A.; Avinc, O.O. Poly (Lactic Acid) Nano structure mats as potential wound dressings. Pamukkale
Universitesi Miihendislik Bilim. Derg. 2020, 26, 1193-1203. [CrossRef]

Baqiya, M.A; Taufiq, A.; Sunaryono, M.; Sari, P.; Dwihapsari, Y. Development of PVA /Fe304 as smart magnetic hydrogels for
biomedical applications. Hydrogels. Lond. IntechOpen 2018, 159-178.

Kariminejad, M.; Zibaei, R.; Kolahdouz-Nasiri, A.; Mohammadi, R.; Mortazavian, A.M.; Sohrabvandi, S.; Khanniri, E.; Khorshid-
ian, N. Chitosan/Polyvinyl Alcohol/SiO2 Nanocomposite Films: Physicochemical and Structural Characterization. Biointerface
Res. Appl. Chem. 2022, 12, 3725-3734. [CrossRef]

Tamer, T.M.; Sabet, M.M.; Omer, A.M.; Abbas, E.; Eid, A.L; Mohy-Eldin, M.S.; Hassan, M.A. Hemostatic and antibacterial
PVA /Kaolin composite sponges loaded with penicillin-streptomycin for wound dressing applications. Sci. Rep. 2021, 11, 3428.
[CrossRef]

Gyles, D.A.; Castro, L.D.; Silva, ].O.C., Jr.; Ribeiro-Costa, R.M. A review of the designs and prominent biomedical advances of
natural and synthetic hydrogel formulations. Eur. Polym. J. 2017, 88, 373-392. [CrossRef]

Kenawy, E.-R.; Kamoun, E.A.; Eldin, M.S.M.; El-Meligy, M.A. Physically cross-linked poly (vinyl alcohol)-hydroxyethyl starch
blend hydrogel membranes: Synthesis and characterization for biomedical applications. Arab. ]. Chem. 2014, 7, 372-380.
[CrossRef]

Bavya, M.C.; George, L.; Srivastava, R.; VimalRohan, K. Natural and Synthetic Materials in Regenerative Medicine: Progress Over
the Past Five Years: Hydrogels: An Insight. In Reference Module in Materials Science and Materials Engineering; Elsevier: Amsterdam,
The Netherlands, 2019.

Behnoodfar, D.; Dadbin, S.; Frounchi, M. PLA microspheres-embedded PVA hydrogels prepared by gamma-irradiation and
freeze-thaw methods as drug release carriers. Int. J. Polym. Mater. 2013, 62, 28-33. [CrossRef]

Gottrup, F,; Dissemond, J.; Baines, C.; Frykberg, R.; Jensen, P.J.; Kot, J.; Kroger, K.; Longobardi, P. Use of oxygen therapies in
wound healing: Focus on topical and hyperbaric oxygen treatment. . Wound Care 2017, 26, S1-S43. [CrossRef] [PubMed]

Thi, PL.; Lee, Y.; Tran, D.L.; Thi, T.T.H.; Kang, ].I; Park, K.M.; Park, K.D. In situ forming and reactive oxygen species-scavenging
gelatin hydrogels for enhancing wound healing efficacy. Acta Biomater. 2020, 103, 142-152. [CrossRef] [PubMed]

Jee, ].-P; Pangeni, R.; Jha, S.K.; Byun, Y.; Park, ].W. Preparation and in vivo evaluation of a topical hydrogel system incorporating
highly skin-permeable growth factors, quercetin, and oxygen carriers for enhanced diabetic wound-healing therapy. Int. J.
Nanomed. 2019, 14, 5449. [CrossRef]

de Smet, G.H.; Kroese, L.F.; Menon, A.G.; Jeekel, J.; van Pelt, A.W.; Kleinrensink, G.J.; Lange, ].F. Oxygen therapies and their
effects on wound healing. Wound Repair Regen. 2017, 25, 591-608. [CrossRef]

Hayes, P.; Alzuhir, N.; Curran, G.; Loftus, I. Topical oxygen therapy promotes the healing of chronic diabetic foot ulcers: A pilot
study. . Wound Care 2017, 26, 652-660. [CrossRef]

Laschke, M.; Riicker, M.; Jensen, G.; Carvalho, C.; Miilhaupt, R.; Gellrich, N.C.; Menger, M. Incorporation of growth factor
containing Matrigel promotes vascularization of porous PLGA scaffolds. J. Biomed. Mater. Res. Part A Off. ]. Soc. Biomater. Jpn. Soc.
Biomater. Aust. Soc. Biomater. Korean Soc. Biomater. 2008, 85, 397-407. [CrossRef]

Kleinman, H.K.; Martin, G.R. Matrigel: Basement membrane matrix with biological activity. In Seminars in Cancer Biology;
Academic Press: Cambridge, MA, USA, 2005; pp. 378-386.

Xue, H.; Hu, L,; Xiong, Y.; Zhu, X.; Wei, C.; Cao, F; Zhou, W,; Sun, Y.; Endo, Y.; Liu, M. Quaternized chitosan-Matrigel-
polyacrylamide hydrogels as wound dressing for wound repair and regeneration. Carbohydr. Polym. 2019, 226, 115302. [CrossRef]


http://doi.org/10.3389/fphar.2020.00155
http://doi.org/10.3390/pharmaceutics10020042
http://doi.org/10.33263/briac124.56105624
http://doi.org/10.1007/s10853-017-1840-9
http://doi.org/10.1016/j.cej.2018.01.010
http://doi.org/10.1111/jam.14290
http://doi.org/10.1016/j.rser.2017.05.143
http://doi.org/10.1007/s40204-020-00131-6
http://doi.org/10.3390/polym12040839
http://doi.org/10.5505/pajes.2020.42890
http://doi.org/10.33263/briac123.37253734
http://doi.org/10.1038/s41598-021-82963-1
http://doi.org/10.1016/j.eurpolymj.2017.01.027
http://doi.org/10.1016/j.arabjc.2013.05.026
http://doi.org/10.1080/00914037.2011.641648
http://doi.org/10.12968/jowc.2017.26.Sup5.S1
http://www.ncbi.nlm.nih.gov/pubmed/28475468
http://doi.org/10.1016/j.actbio.2019.12.009
http://www.ncbi.nlm.nih.gov/pubmed/31846801
http://doi.org/10.2147/IJN.S213883
http://doi.org/10.1111/wrr.12561
http://doi.org/10.12968/jowc.2017.26.11.652
http://doi.org/10.1002/jbm.a.31503
http://doi.org/10.1016/j.carbpol.2019.115302

Pharmaceutics 2023, 15, 857 19 of 21

44.
45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

Aisenbrey, E.A.; Murphy, W.L. Synthetic alternatives to Matrigel. Nat. Rev. Mater. 2020, 5, 539-551. [CrossRef]

Lakmal, K.; Basnayake, O.; Hettiarachchi, D. Systematic review on the rational use of amniotic membrane allografts in diabetic
foot ulcer treatment. BMC Surg. 2021, 21, 87. [CrossRef]

Aldana, P.C.; Khachemoune, A. Diabetic foot ulcers: Appraising standard of care and reviewing new trends in management. Am.
J. Clin. Dermatol. 2020, 21, 255-264. [CrossRef]

Lazaro-Martinez, J.L.; Garcia-Madrid, M.; Garcia-Alamino, ].M.; Bohbot, S.; Garcia-Klepzig, ].L.; Garcia-Alvarez, Y. Increasing
transcutaneous oxygen pressure in patients with neuroischemic diabetic foot ulcers treated with a sucrose octasulfate dressing: A
pilot study. Int. |. Low. Extrem. Wounds 2020, 21, 450-456. [CrossRef]

Lykov, A.; Surovtseva, M.; Bondarenko, N.; Kim, I.; Smagin, M.; Poveshchenko, O. Platelet Lysate and Non-Healing Ulcers.
Biointerface Res. Appl. Chem. 2021, 11, 12267-12274. [CrossRef]

Xiang, J.; Wang, S.; He, Y; Xu, L.; Zhang, S.; Tang, Z. Reasonable glycemic control would help wound healing during the treatment
of diabetic foot ulcers. Diabetes Ther. 2019, 10, 95-105. [CrossRef]

Lane, K.L.; Abusamaan, M.S.; Voss, B.F,; Thurber, E.G.; Al-Hajri, N.; Gopakumar, S.; Le, J.T.; Gill, S.; Blanck, ].; Prichett, L.
Glycemic control and diabetic foot ulcer outcomes: A systematic review and meta-analysis of observational studies. J. Diabetes Its
Complicat. 2020, 34, 107638. [CrossRef]

Rao, S.S.; Venkatesan, J.; Prabhu, A.; Rekha, P. Natural polymeric biomaterials in growth factor delivery for treating diabetic foot
ulcers. J. Drug Deliv. Sci. Technol. 2020, 55, 101385. [CrossRef]

Sari, Y.; Purnawan, I.; Taufik, A. Quality of life and associated factors in Indonesian diabetic patients with foot ulcers. Nurse Media
J. Nurs. 2018, 8, 13-24. [CrossRef]

Gourishetti, K.; Keni, R.; Nayak, P.G,; Jitta, S.R.; Bhaskaran, N.A.; Kumar, L.; Kumar, N.; Krishnadas, N.; Shenoy, R.R. Sesamol-
loaded PLGA nanosuspension for accelerating wound healing in diabetic foot ulcer in rats. Int. J. Nanomed. 2020, 15, 9265.
[CrossRef]

Irawan, H.; Semadi, I.N.; Widiana, I. A pilot study of short-duration hyperbaric oxygen therapy to improve HbAlc, leukocyte,
and serum creatinine in patients with diabetic foot ulcer Wagner 3-4. Sci. World ]. 2018, 2018, 6425857. [CrossRef]

Parizad, N.; Hajimohammadi, K.; Goli, R. Surgical debridement, maggot therapy, negative pressure wound therapy, and silver
foam dressing revive hope for patients with diabetic foot ulcer: A case report. Int. |. Surg. Case Rep. 2021, 82, 105931. [CrossRef]
[PubMed]

Jeckson, T.A.; Neo, Y.P.; Sisinthy, S.P,; Foo, ].B.; Choudhury, H.; Gorain, B. Formulation and characterisation of deferoxamine
nanofiber as potential wound dressing for the treatment of diabetic foot ulcer. |. Drug Deliv. Sci. Technol. 2021, 66, 102751.
[CrossRef]

Loera-Valencia, R.; Neira, R.E.; Urbina, B.P.; Camacho, A.; Galindo, R.B. Evaluation of the therapeutic efficacy of dressings with
ZnO nanoparticles in the treatment of diabetic foot ulcers. Biomed. Pharmacother. 2022, 155, 113708. [CrossRef] [PubMed]
Chang, T.; Yin, H.; Yu, X.; Wang, L.; Fan, L.; Xin, ].H.; Yu, H. 3D PCL/collagen nanofibrous medical dressing for one-time
treatment of diabetic foot ulcers. Colloids Surf. B Biointerfaces 2022, 214, 112480. [CrossRef]

Goi, A.; Veressinina, Y.; Trapido, M. Degradation of salicylic acid by Fenton and modified Fenton treatment. Chem. Eng. J. 2008,
143, 1-9. [CrossRef]

Luta, E.A.; Bita, A.; Morosan, A.; Mihaiescu, D.E.; Ghica, M.; Mihai, D.P,; Olaru, O.T.; Deculescu-Ionitd, T.; Dutu, L.E.; Popescu,
M.L.; et al. The Influence of Phytosociological Cultivation and Fertilization on Polyphenolic Content of Menthae and Melissae
folium and Evaluation of Antioxidant Properties through In Vitro and In Silico Methods. Plants 2022, 11, 2398. [CrossRef]
Shivakumara, L.R.; Demappa, T. Synthesis and Swelling Behavior of Sodium Alginate /Poly(vinyl alcohol) Hydrogels. Turk. J.
Pharm. Sci. 2019, 16, 252-260. [CrossRef]

Wang, T.; Zhang, F.; Zhao, R.; Wang, C.; Hu, K; Sun, Y.; Politis, C.; Shavandi, A.; Nie, L. Polyvinyl Alcohol/Sodium Alginate
Hydrogels Incorporated with Silver Nanoclusters via Green Tea Extract for Antibacterial Applications. Des. Monomers Polym.
2020, 23, 118-133. [CrossRef]

Kudzin, M.H.; Bogun, M.; Mroziniska, Z.; Kaczmarek, A. Physical Properties, Chemical Analysis, and Evaluation of Antimicrobial
Response of New Polylactide/Alginate/Copper Composite Materials. Mar. Drugs 2020, 18, 660. [CrossRef]

Seba, V.; de Lima, G.G.; Pereira, B.L.; Silva, G.; Reinhardt, L.S.; Arantes, P.R.; Chee, B.S.; Dos Santos, M.B.; Franga, S.C;
Regasini, L.O.; et al. Development, Characterization and Cell Viability Inhibition of PVA Spheres Loaded with Doxorubicin and
4’-Amino-1-Naphthyl-Chalcone (D14) for Osteosarcoma. Polymers 2021, 13, 2611. [CrossRef]

Zhao, W.Y; Fang, Q.Q.; Wang, X.F; Wang, X.W.; Zhang, T.; Shi, B.H.; Zheng, B.; Zhang, D.D.; Hu, Y.Y.; Ma, L. Chitosan-calcium
alginate dressing promotes wound healing: A preliminary study. Wound Repair Regen. 2020, 28, 326-337. [CrossRef]

Nesovi¢, K.; Jankovi¢, A.; Radeti¢, T.; Vukasinovié-Sekuli¢, M.; Koji¢, V.; Zivkovié, L.; Peri¢-Gruji¢, A.; Rhee, K.Y.; Miskovi¢-
Stankovi¢, V. Chitosan-based hydrogel wound dressings with electrochemically incorporated silver nanoparticles-In vitro study.
Eur. Polym. J. 2019, 121, 109257. [CrossRef]

Khorasani, M.T.; Joorabloo, A.; Moghaddam, A.; Shamsi, H.; MansooriMoghadam, Z. Incorporation of ZnO nanoparticles into
heparinised polyvinyl alcohol/chitosan hydrogels for wound dressing application. Int. J. Biol. Macromol. 2018, 114, 1203-1215.
[CrossRef]

Wang, M.; Yang, Y.; Yuan, K,; Yang, S.; Tang, T. Dual-functional hybrid quaternized chitosan/Mg/alginate dressing with
antibacterial and angiogenic potential for diabetic wound healing. J. Orthop. Transl. 2021, 30, 6-15. [CrossRef]


http://doi.org/10.1038/s41578-020-0199-8
http://doi.org/10.1186/s12893-021-01084-8
http://doi.org/10.1007/s40257-019-00495-x
http://doi.org/10.1177/1534734620952244
http://doi.org/10.33263/briac114.1226712274
http://doi.org/10.1007/s13300-018-0536-8
http://doi.org/10.1016/j.jdiacomp.2020.107638
http://doi.org/10.1016/j.jddst.2019.101385
http://doi.org/10.14710/nmjn.v8i1.16815
http://doi.org/10.2147/IJN.S268941
http://doi.org/10.1155/2018/6425857
http://doi.org/10.1016/j.ijscr.2021.105931
http://www.ncbi.nlm.nih.gov/pubmed/33962267
http://doi.org/10.1016/j.jddst.2021.102751
http://doi.org/10.1016/j.biopha.2022.113708
http://www.ncbi.nlm.nih.gov/pubmed/36162373
http://doi.org/10.1016/j.colsurfb.2022.112480
http://doi.org/10.1016/j.cej.2008.01.018
http://doi.org/10.3390/plants11182398
http://doi.org/10.4274/tjps.galenos.2018.92408
http://doi.org/10.1080/15685551.2020.1804183
http://doi.org/10.3390/md18120660
http://doi.org/10.3390/polym13162611
http://doi.org/10.1111/wrr.12789
http://doi.org/10.1016/j.eurpolymj.2019.109257
http://doi.org/10.1016/j.ijbiomac.2018.04.010
http://doi.org/10.1016/j.jot.2021.07.006

Pharmaceutics 2023, 15, 857 20 of 21

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.

Diniz, ER.; Maia, R.C.A; Rannier Andrade, L.; Andrade, L.N.; Vinicius Chaud, M.; da Silva, C.E; Corréa, C.B.; de Albuquerque
Junior, R.L.C.; da Costa, L.P; Shin, S.R. Silver nanoparticles-composing alginate/gelatine hydrogel improves wound healing
in vivo. Nanomaterials 2020, 10, 390. [CrossRef]

Gupta, A ; Briffa, S.M.; Swingler, S.; Gibson, H.; Kannappan, V.; Adamus, G.; Kowalczuk, M.; Martin, C.; Radecka, I. Synthesis of
silver nanoparticles using curcumin-cyclodextrins loaded into bacterial cellulose-based hydrogels for wound dressing applications.
Biomacromolecules 2020, 21, 1802-1811. [CrossRef]

Raafat, A.L; El-Sawy, N.M.; Badawy, N.A.; Mousa, E.A.; Mohamed, A.M. Radiation fabrication of Xanthan-based wound dressing
hydrogels embedded ZnO nanoparticles: In vitro evaluation. Int. J. Biol. Macromol. 2018, 118, 1892-1902. [CrossRef]

Patel, S.; Srivastava, S.; Singh, M.R.; Singh, D. Mechanistic insight into diabetic wounds: Pathogenesis, molecular targets and
treatment strategies to pace wound healing. Biomed. Pharmacother. Biomed. Pharmacother. 2019, 112, 108615. [CrossRef]
Spampinato, S.F,; Caruso, G.I.; De Pasquale, R.; Sortino, M.A.; Merlo, S. The Treatment of Impaired Wound Healing in Diabetes:
Looking among Old Drugs. Pharmaceuticals 2020, 13, 60. [CrossRef]

Oropallo, A.R.; Serena, T.E.; Armstrong, D.G.; Niederauer, M.Q. Molecular Biomarkers of Oxygen Therapy in Patients with
Diabetic Foot Ulcers. Biomolecules 2021, 11, 925. [CrossRef]

Carter, M.].; Frykberg, R.G.; Oropallo, A.; Sen, C.K.; Armstrong, D.G.; Nair, H.K.R.; Serena, T.E. Efficacy of Topical Wound Oxygen
Therapy in Healing Chronic Diabetic Foot Ulcers: Systematic Review and Meta-Analysis. Adv. Wound Care 2022, 12, 177-186.
[CrossRef] [PubMed]

Grumezescu, V.; Socol, G.; Grumezescu, A.M.; Holban, A.M.; Ficai, A.; Trusca, R.; Bleotu, C.; Balaure, P.C.; Cristescu, R.; Chifiriuc,
M.C. Functionalized antibiofilm thin coatings based on PLA-PVA microspheres loaded with usnic acid natural compounds
fabricated by MAPLE. Appl. Surf. Sci. 2014, 302, 262-267. [CrossRef]

Gherasim, O.; Grumezescu, A.M.; Grumezescu, V.; Andronescu, E.; Negut, I; Birca, A.C.; Galdteanu, B.; Huditd, A. Bioactive
Coatings Loaded with Osteogenic Protein for Metallic Implants. Polymers 2021, 13, 4303. [CrossRef] [PubMed]

Saghebasl, S.; Davaran, S.; Rahbarghazi, R.; Montaseri, A.; Salehi, R.; Ramazani, A. Synthesis and in vitro evaluation of
thermosensitive hydrogel scaffolds based on (PNIPAAmM-PCL-PEG-PCL-PNIPAAm)/Gelatin and (PCL-PEG-PCL)/Gelatin for
use in cartilage tissue engineering. . Biomater. Science. Polym. Ed. 2018, 29, 1185-1206. [CrossRef]

Kryszak, B.; Gaziniska, M.; Gruber, P.; Wieczorek, M.; Krokos, A.; Dzienny, P.; Szymczyk-Zidtkowska, P.; Olejarczyk, M.;
Antoriczak, A.]. Mechanical properties and degradation of laser sintered structures of PLA microspheres obtained by dual beam
laser sintering method. Int. |. Adv. Manuf. Technol. 2022, 120, 7855-7872. [CrossRef]

Gherasim, O.; Popescu, R.C.; Grumezescu, V.; Mogosanu, G.D.; Mogoanta, L.; Iordache, F.; Holban, A.M.; Vasile, B.; Birca, A.C,;
Oprea, O.C.; et al. MAPLE Coatings Embedded with Essential Oil-Conjugated Magnetite for Anti-Biofilm Applications. Materials
2021, 14, 1612. [CrossRef]

Motelica, L.; Ficai, D.; Oprea, O.C; Ficai, A.; Ene, V.L.; Vasile, B.S.; Andronescu, E.; Holban, A.M. Antibacterial Biodegradable
Films Based on Alginate with Silver Nanoparticles and Lemongrass Essential Oil-Innovative Packaging for Cheese. Nanomaterials
2021, 11, 2377. [CrossRef]

Motelica, L.; Ficai, D.; Oprea, O.; Ficai, A.; Trusca, R.D.; Andronescu, E.; Holban, A.M. Biodegradable Alginate Films with ZnO
Nanoparticles and Citronella Essential Oil-A Novel Antimicrobial Structure. Pharmaceutics 2021, 13, 1020. [CrossRef]
Estrada-Villegas, G.M.; Morselli, G.; Oliveira, M.J.A.; Gonzdalez-Pérez, G.; Lugao, A.B. PVGA/Alginate-AgNPs hydrogel as
absorbent biomaterial and its soil biodegradation behavior. Polym. Bull. 2020, 77, 4147-4166. [CrossRef]

Badita, C.; Aranghel, D.; Burducea, C.; Mereuta, P.J.R.J.P. Characterization of sodium alginate based films. Rom. . Phys. 2020, 65,
1-8.

Englert, C.; Brendel, ].C.; Majdanski, T.C.; Yildirim, T.; Schubert, S.; Gottschaldt, M.; Windhab, N.; Schubert, U.S. Pharmapolymers
in the 21st century: Synthetic polymers in drug delivery applications. Prog. Polym. Sci. 2018, 87, 107-164. [CrossRef]
Vlachopoulos, A.; Karlioti, G.; Balla, E.; Daniilidis, V.; Kalamas, T.; Stefanidou, M.; Bikiaris, N.D.; Christodoulou, E.; Koumentakou,
I.; Karavas, E.; et al. Poly(Lactic Acid)-Based Microparticles for Drug Delivery Applications: An Overview of Recent Advances.
Pharmaceutics 2022, 14, 359. [CrossRef]

Tham, C.; Hamid, Z.A.A.; Hanafi, I.; Ahmad, Z. Poly (Vinyl alcohol) in fabrication of PLA micro-and nanoparticles using
emulsion and solvent evaporation technique. In Advanced Materials Research; Trans Tech Publications Ltd.: Bach, Switzerland,
2014; pp. 296-299.

Ekinci, M.; Yegen, G.; Aksu, B.; flem-Ozdemir, D. Preparation and Evaluation of Poly(lactic acid) /Poly(vinyl alcohol) Nanoparti-
cles Using the Quality by Design Approach. ACS Omega 2022, 7, 33793-33807. [CrossRef]

Nejati, S.; Karimi-Soflou, R.; Karkhaneh, A. Influence of process parameters on the characteristics of oxygen-releasing poly (lactic
acid) microparticles: A multioptimization strategy. Polym. Adv. Technol. 2021, 32, 829-841. [CrossRef]

Zhang, M.; Kiratiwongwan, T.; Shen, W. Oxygen-releasing polycaprolactone/calcium peroxide composite microspheres. J. Biomed.
Mater. Res. Part B Appl. Biomater. 2020, 108, 1097-1106. [CrossRef]

Hodge, ].G.; Zamierowski, D.S.; Robinson, ].L.; Mellott, A.J. Evaluating polymeric biomaterials to improve next generation
wound dressing design. Biomater. Res. 2022, 26, 50. [CrossRef]

Alven, S.; Peter, S.; Mbese, Z.; Aderibigbe, B.A. Polymer-Based Wound Dressing Materials Loaded with Bioactive Agents:
Potential Materials for the Treatment of Diabetic Wounds. Polymers 2022, 14, 724. [CrossRef]


http://doi.org/10.3390/nano10020390
http://doi.org/10.1021/acs.biomac.9b01724
http://doi.org/10.1016/j.ijbiomac.2018.07.031
http://doi.org/10.1016/j.biopha.2019.108615
http://doi.org/10.3390/ph13040060
http://doi.org/10.3390/biom11070925
http://doi.org/10.1089/wound.2022.0041
http://www.ncbi.nlm.nih.gov/pubmed/35593010
http://doi.org/10.1016/j.apsusc.2013.09.081
http://doi.org/10.3390/polym13244303
http://www.ncbi.nlm.nih.gov/pubmed/34960852
http://doi.org/10.1080/09205063.2018.1447627
http://doi.org/10.1007/s00170-022-09253-6
http://doi.org/10.3390/ma14071612
http://doi.org/10.3390/nano11092377
http://doi.org/10.3390/pharmaceutics13071020
http://doi.org/10.1007/s00289-019-02966-x
http://doi.org/10.1016/j.progpolymsci.2018.07.005
http://doi.org/10.3390/pharmaceutics14020359
http://doi.org/10.1021/acsomega.2c02141
http://doi.org/10.1002/pat.5134
http://doi.org/10.1002/jbm.b.34461
http://doi.org/10.1186/s40824-022-00291-5
http://doi.org/10.3390/polym14040724

Pharmaceutics 2023, 15, 857 21 of 21

93.

94.

95.

96.

97.

98.

99.

100.

101.

102.

103.

104.

105.

106.
107.

Li, S.; Wang, X.; Chen, J.; Guo, J.; Yuan, M.; Wan, G.; Yan, C.; Li, W.; Machens, H.-G.; Rinkevich, Y. Calcium ion cross-linked
sodium alginate hydrogels containing deferoxamine and copper nanoparticles for diabetic wound healing. Int. J. Biol. Macromol.
2022, 202, 657-670. [CrossRef]

Catanzano, O.; D’esposito, V.; Acierno, S.; Ambrosio, M.; De Caro, C.; Avagliano, C.; Russo, P; Russo, R.; Miro, A.; Ungaro, F.
Alginate-hyaluronan composite hydrogels accelerate wound healing process. Carbohydr. Polym. 2015, 131, 407-414. [CrossRef]
Guo, C; Zhou, Z.; Zhang, S.; Peng, P; Liu, J.; Yan, Y.; Dong, J. Sulfonated, quaternized, and chlorogenic acid composited sodium
alginate hydrogels/Eucommia ulmoides rubber films as in vitro antibacterial wound dressings for accelerating wound healing.
Ind. Crops Prod. 2022, 190, 115885. [CrossRef]

PARk, W.H. The effects of exogenous H,O, on cell death, reactive oxygen species and glutathione levels in calf pulmonary artery
and human umbilical vein endothelial cells. Int. J. Mol. Med. 2013, 31, 471-476. [CrossRef] [PubMed]

Choi, J.; Hong, G.; Kwon, T.; Lim, J.O. Fabrication of Oxygen Releasing Scaffold by Embedding H202-PLGA Microspheres into
Alginate-Based Hydrogel Sponge and Its Application for Wound Healing. Appl. Sci. 2018, 8, 1492. [CrossRef]

Lim, D.J.; Jang, I. Oxygen-Releasing Composites: A Promising Approach in the Management of Diabetic Foot Ulcers. Polymers
2021, 13, 4131. [CrossRef]

Sun, X.K,; Li, R.; Yang, X.L.; Yuan, L. Efficacy and safety of topical oxygen therapy for diabetic foot ulcers: An updated systematic
review and meta-analysis. Int. Wound J. 2022, 19, 2200-2209. [CrossRef] [PubMed]

Ochoa, M.; Rahimi, R.; Zhou, J.; Jiang, H.; Yoon, C.K.; Maddipatla, D.; Narakathu, B.B.; Jain, V.; Oscai, M.M.; Morken, T.J.; et al.
Integrated sensing and delivery of oxygen for next-generation smart wound dressings. Microsyst. Nanoeng. 2020, 6, 46. [CrossRef]
Zehra, M.; Zubairi, W.; Hasan, A.; Butt, H.; Ramzan, A.; Azam, M.; Mehmood, A ; Falahati, M.; Chaudhry, A.A.; Rehman, L.U;
et al. Oxygen Generating Polymeric Nano Fibers That Stimulate Angiogenesis and Show Efficient Wound Healing in a Diabetic
Wound Model. Int. J. Nanomed. 2020, 15, 3511-3522. [CrossRef]

Shiekh, P.A.; Singh, A.; Kumar, A. Exosome laden oxygen releasing antioxidant and antibacterial cryogel wound dressing
OxOBand alleviate diabetic and infectious wound healing. Biomaterials 2020, 249, 120020. [CrossRef]

Guan, Y,; Niu, H.; Liu, Z; Dang, Y.; Shen, |.; Zayed, M.; Ma, L.; Guan, J. Sustained oxygenation accelerates diabetic wound healing
by promoting epithelialization and angiogenesis and decreasing inflammation. Sci. Adv. 2021, 7, eabj0153. [CrossRef]

Lu, W,; Bao, D.; Ta, E; Liu, D.; Zhang, D.; Zhang, Z.; Fan, Z. Multifunctional Alginate Hydrogel Protects and Heals Skin Defects in
Complex Clinical Situations. ACS Omega 2020, 5, 17152-17159. [CrossRef]

Zheng, Z.; Qi, J.; Hu, L.; Ouyang, D.; Wang, H.; Sun, Q.; Lin, L.; You, L.; Tang, B. A cannabidiol-containing alginate based
hydrogel as novel multifunctional wound dressing for promoting wound healing. Biomater. Adv. 2022, 134, 112560. [CrossRef]
Yip, W.L. Influence of oxygen on wound healing. Int. Wound J. 2015, 12, 620-624. [CrossRef]

Tuca, A.C.; Ertl, J.; Hingerl, K.; Pichlsberger, M.; Fuchs, J.; Wurzer, P.; Pfeiffer, D.; Bubalo, V.; Parvizi, D.; Kamolz, L.P; et al.
Comparison of Matrigel and Matriderm as a carrier for human amnion-derived mesenchymal stem cells in wound healing.
Placenta 2016, 48, 99-103. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


http://doi.org/10.1016/j.ijbiomac.2022.01.080
http://doi.org/10.1016/j.carbpol.2015.05.081
http://doi.org/10.1016/j.indcrop.2022.115885
http://doi.org/10.3892/ijmm.2012.1215
http://www.ncbi.nlm.nih.gov/pubmed/23254439
http://doi.org/10.3390/app8091492
http://doi.org/10.3390/polym13234131
http://doi.org/10.1111/iwj.13830
http://www.ncbi.nlm.nih.gov/pubmed/35510518
http://doi.org/10.1038/s41378-020-0141-7
http://doi.org/10.2147/IJN.S248911
http://doi.org/10.1016/j.biomaterials.2020.120020
http://doi.org/10.1126/sciadv.abj0153
http://doi.org/10.1021/acsomega.0c01108
http://doi.org/10.1016/j.msec.2021.112560
http://doi.org/10.1111/iwj.12324
http://doi.org/10.1016/j.placenta.2016.10.015

	Introduction 
	Materials and Methods 
	Materials 
	Synthesis of H2O2-PLA Microspheres (OMs) 
	Preparation of OMs-Loaded Alginate Hydrogels (HG_OMs and HG_OMs_MG) 
	Physicochemical Characterization 
	Fourier Transform Infrared Spectroscopy (FTIR) 
	Scanning Electron Microscopy (SEM) 
	Swelling Rate 
	Degradation Rate 
	Hydrogen Peroxide Quantification 

	Biological Evaluation 
	In Vivo Experimental Design 
	Histopathology 


	Results 
	Physicochemical Characterization 
	Gross Morphological Analysis of the Wounds 
	Histological Aspect of the Wounds 3 Days after Injury (H&E Stain) 
	Histological Aspect of the Wounds 7 Days after Injury (H&E Stain) 
	Histological Aspect of the Keratinization Process (Dane Stain) 

	Discussion 
	Conclusions 
	References

