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Abstract: In situ forming hydrogels are a class of biomaterials that can fulfil a variety of important
biomedically relevant functions and hold promise for the emerging field of patient-specific treatments
(e.g., cell therapy, drug delivery). Here we report the results of our investigations on the generation
of in situ forming hydrogels with potential for wound healing applications (e.g., complex blast
injuries). The combination of polysaccharides that were oxidized to display aldehydes, amine
displaying chitosan and nanostructured ZnO yields in situ forming bionanocomposite hydrogels.
The physicochemical properties of the components, their cytotoxicity towards HaCat cells and the
in vitro release of zinc ions on synthetic skin were studied. The in situ gel formation process was
complete within minutes, the components were non-toxic towards HaCat cells at functional levels,
Zn2+ was released from the gels, and such materials may facilitate wound healing.

Keywords: in situ forming; injectable; hydrogel; polysaccharide; bionanocomposite; wound healing

1. Introduction

Biomaterials to facilitate wound healing are designed to cover wounds, prevent infection and help
injured tissues to repair and regenerate with an improved rate of healing [1]. A variety of different
materials have been investigated for such applications, which are generally hydrophilic, porous and
swellable, in various morphologies (including fibers, films, foams and hydrogels) [1]. The materials may
be degradable (useful for internal wounds) and/or loaded with therapeutically active molecules/particles
(e.g., drugs and antimicrobials) [1]. Hydrogels are a particularly appealing class of materials because
they are hydrophilic polymer networks that are swollen with water, and when applied to a wound
site they are effective in absorbing exudates and protecting wounds from secondary infection [2,3],
which may be of particular benefit in challenging situations (e.g., battlefields) [4]. Several methods
have been investigated for the preparation of in situ forming hydrogels (e.g., chemical/photochemical
crosslinking) [5–11] and in situ forming biodegradable hydrogels without potentially toxic catalysts
are appealing for their potential to cover/fill patient-specific wounds with varying dimensions (e.g.,
unusually shaped and/or large wounds not suitable for the more traditional dressings) [4]. In the long
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term it may be possible to 3D print patient specific materials for wound coverage [12], although this is
most likely applicable under sterile conditions in a hospital instead of battlefields.

A multitude of different chemistries have been investigated for the preparation of in situ forming
hydrogels with their own advantages/disadvantages [13]. ‘Click’ chemistry has had a significant
impact on the preparation of natural/synthetic polymer-based biomaterials [14–16]. Seminal early work
from Hawker and co-workers described the use of copper-catalyzed click reactions to form hydrogels
for biomedical applications; however, this requires washing with copper chelating agents after the
gel is formed to remove the toxic copper [17]. The subsequent development of copper-free click
reactions (e.g., strain-promoted azide-alkyne cycloadditions, thiol-ene chemistry, thiol-yne chemistry)
has enabled the generation of hydrogels for biomedical applications and is discussed in depth in a
number of papers and reviews [18–21]; it is noteworthy that ‘Click’ chemistry has been applied to
prepare polysaccharide-based hydrogels [22].

It is possible to generate constitutionally dynamic mixtures of products via Schiff base formation
between either aldehydes or ketones and amines displayed on peptides or proteins in the biological
milieu [23,24], and such inherently adaptable chemistry can generate in situ crosslinking hydrogels that
are clinically relevant soft biomaterials for personalized medicine (e.g., for wound healing). Injectable
hydrogels based on polysaccharides and/or PEG derivatives displaying aldehydes and hydrazides
have been reported by various groups [25–27].

Polysaccharides are a common component of hydrogels used for biomedical applications because
they are cheap, degradable, their properties can be tuned (e.g., as a function of molecular weight),
and they tend to be non-immunogenic [9–11]. Pectin (a component of cell walls of plants) [9] and
hyaluronic acid (HA, a component of the extracellular matrix) [26–31] are highly hydrophilic because
of the carboxylic acids displayed on their backbones, and their backbones can be oxidized to generate
reactive aldehyde moieties that can react with amines forming Schiff base linkages that can form
sample spanning hydrogels in periods from seconds to minutes dependent on the concentration of
reactive amines/aldehydes in three-dimensional space [32–35].

Chitosan (CS, a partially deacetylated derivative of chitin) is an abundant waste product of the
food industry that is biocompatible, degradable and displays antimicrobial activity because of the
amines displayed on its backbone [10,11]. Chitosan is an appealing alternative to other antimicrobial
polymers used in wound treatments (e.g., polyhexamethylene biguanide, PHMB) [36–39] because the
amines also underpin the Schiff base crosslinks that enable gel formation. Moreover, depending on
how rapidly the in situ forming wound covering is applied, the chitosan may play a role in staunching
blood flow due to its hemostatic nature [40].

ZnO is listed by the Food and Drug Administration (FDA) as a Generally Recognized as Safe (GRAS)
substance, due to its low toxicity, biocompatibility, biodegradability and antimicrobial properties. ZnO
particles with various properties can be prepared by a variety of methods and are appealing for a variety
of biomedical applications (e.g., drug delivery, tissue engineering and regenerative medicine) [41–45].
A recent study concluded that the use of nanostructured ZnOs would be as safe or safer than bulk ZnO
due to the lower cytotoxicity of the nanostructured ZnO towards keratinocytes, which is promising for
wound healing applications [46].

Bionanocomposites are an emerging class of advanced materials composed of combinations
of biopolymers with inorganic/organic nanoparticles. Here we report the generation of in situ
forming hydrogels formed by imine formation between amines displayed on CS and aldehydes
displayed on oxidized derivatives of HA or pectin (Figure 1). The inclusion of nanostructured ZnO
inside the hydrogels was investigated to enhance the antimicrobial potential of these hydrogels
for wound healing applications (in part due to the release of Zn2+ ions from the surface of the
particles) [47]. The physicochemical properties of the bionanocomposites, the cytotoxicity of the
different components towards HaCat cells, and the in vitro release of zinc ion on synthetic skin were
studied and reported herein.
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groups in three-dimensional space [25–27]. Such materials have a range of potential biomedical 
applications, particularly when composed of polysaccharides such as chitosan, hyaluronic acid or 
pectin [48–51]. 

HA and pectin were oxidized with sodium periodate yielding HA-ALD and PEC-ALD, 
respectively, which were readily soluble at 1 wt% in phosphate buffered saline (PBS, pH 7.4); CS was 
readily soluble at 2 wt% in acidified water (pH 5.5). Homogeneous hydrogels were prepared by 
mixing the stock solutions at a volume ratio of 1:2 for HA-ALD:CS, or 1:1 for PEC-ALD:CS, with 
crosslinking occurring within seconds of mixing the components yielding translucent gels (due to 
light scattering from the CS) [52,53] and the inclusion of NsZnO (1 wt%) rendered the gels opaque 
(Figure A1). 

The Fourier-transform infrared (FTIR) spectra of the oxidized derivatives of hyaluronic acid 
(HA-ALD) and pectin (PEC-ALD) showed weak shoulders for the aldehydes at ~1720 cm−1. The FTIR 
spectra of the hydrogels without/with the NsZnO particles (Figure 2) confirm the successful 
crosslinking of the amines displayed on CS with HA-ALD (Figure 2A) or PEC-ALD (Figure 2B) due 
to the appearance of a peak at ~1550 cm−1 corresponding to imine bonds (this peak is somewhat 
masked by the amide II peaks for the acetylated amines present on HA and the 75–85% deacetylated 
CS). Such chemistry is readily adaptable to a variety of other polysaccharides [54], enabling its use as 
a platform for the generation of in situ forming and self-healing gel-based materials [55]. 

X-ray diffraction (XRD) patterns (Figure 3) of HA-ALD (Figure 3A) and PEC-ALD (Figure 3B) 
are amorphous, whereas that of CS was typical of a semi-crystalline structure (with very broad peak 
at 2θ = 20°), and the gels formed from these components in the absence of NsZnO are correspondingly 

Figure 1. Structures of the polysaccharide derivatives studied.

2. Results and Discussion

The in situ crosslinking hydrogels reported here are crosslinked via imine (Schiff base) formation
between polysaccharides displaying aldehydes on their backbones and polysaccharides displaying
amines on their backbones [25–27]. As noted above, the formation of such bonds is swift, potentially
enabling hydrogel formation in seconds to minutes, dependent on the concentration of reactive groups
in three-dimensional space [25–27]. Such materials have a range of potential biomedical applications,
particularly when composed of polysaccharides such as chitosan, hyaluronic acid or pectin [48–51].

HA and pectin were oxidized with sodium periodate yielding HA-ALD and PEC-ALD, respectively,
which were readily soluble at 1 wt% in phosphate buffered saline (PBS, pH 7.4); CS was readily soluble
at 2 wt% in acidified water (pH 5.5). Homogeneous hydrogels were prepared by mixing the stock
solutions at a volume ratio of 1:2 for HA-ALD:CS, or 1:1 for PEC-ALD:CS, with crosslinking occurring
within seconds of mixing the components yielding translucent gels (due to light scattering from the
CS) [52,53] and the inclusion of NsZnO (1 wt%) rendered the gels opaque (Figure A1).

The Fourier-transform infrared (FTIR) spectra of the oxidized derivatives of hyaluronic acid
(HA-ALD) and pectin (PEC-ALD) showed weak shoulders for the aldehydes at ~1720 cm−1. The FTIR
spectra of the hydrogels without/with the NsZnO particles (Figure 2) confirm the successful crosslinking
of the amines displayed on CS with HA-ALD (Figure 2A) or PEC-ALD (Figure 2B) due to the appearance
of a peak at ~1550 cm−1 corresponding to imine bonds (this peak is somewhat masked by the amide
II peaks for the acetylated amines present on HA and the 75–85% deacetylated CS). Such chemistry
is readily adaptable to a variety of other polysaccharides [54], enabling its use as a platform for the
generation of in situ forming and self-healing gel-based materials [55].
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Figure 2. FTIR spectra. (A) Chitosan and HA-ALD as single components, in comparison to the
polysaccharide gels and the bionanocomposite gels. (B) Chitosan and PEC-ALD as single components,
in comparison to the polysaccharide gels and the bionanocomposite gels.

X-ray diffraction (XRD) patterns (Figure 3) of HA-ALD (Figure 3A) and PEC-ALD (Figure 3B) are
amorphous, whereas that of CS was typical of a semi-crystalline structure (with very broad peak at
2θ = 20◦), and the gels formed from these components in the absence of NsZnO are correspondingly
amorphous [56]. The XRD patterns of NsZnO materials are in agreement with our previously reported
data [57], with clear evidence of a highly crystalline single hexagonal phase of wurtzite structure: the
five main reflection peaks (100), (002), (101), (102) and (110) and the intensity distribution of the peaks
are consistent with those of the standard card for the hexagonal phase ZnO (JCPDS ICDD 36e1451). The
inclusion of the NsZnO nanoparticles in the gels is clearly evident from the presence of the wurtzitic
NsZnO XRD patterns in the bionanocomposite hydrogels. The preservation of the wurtzitic ZnO
crystalline structure after the dispersion of the nanoparticles in the gel matrix is significant because of
the link between structure and function [41]. Importantly, scanning electron microscopy (SEM) and
energy dispersive X-ray spectroscopy (EDS) confirmed the homogeneous dispersion of the NsZnO
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particles inside the polymeric matrix (Figure A2). This is of interest for the antibacterial activity of these
biomaterials, as the reproducibility of the diffusion of Zn2+ will be dependent upon the homogeneity
of dispersion within the gel matrix.J. Funct. Biomater. 2019, 10, x FOR PEER REVIEW 5 of 15 
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Figure 3. XRD patterns. (A) Chitosan, HA-ALD and NsZnO as single components, in comparison to
the polysaccharide gels and the bionanocomposite gels. (B) Chitosan, PEC-ALD and NsZnO as single
components, in comparison to the polysaccharide hydrogels and the bionanocomposite gels.

The swelling behavior of the gels without/with NsZnO in PBS was studied (Figure A3). As noted
above, Schiff base formation occurs rapidly, potentially enabling hydrogel formation in seconds to
minutes depending on the density of the reactive species in three-dimensional space. The swell ratio of
a gel is related to the degree of crosslinking of the polymeric species; it was observed that the swell
ratios of the polysaccharide components of the gels studied were stable after ~20 min. The addition of
the NsZnO to the hydrogels (i.e., generation of bionanocomposite hydrogels) resulted in higher swell
ratios than the hydrogels composed of polysaccharides only. The increased swell ratio is likely to be
because the presence of NsZnO diminishes the number of Schiff base crosslinks that form, and the
NsZnO repels the polymer chains due to electrostatic interactions, thereby increasing the pore sizes
within the hydrogel. There is a significant body of literature on hydrogels crosslinked by dynamic
Schiff base formation, and the swell ratios of the hydrogels reported in this manuscript fall within the
broad range reported in the literature [25–27]. For wound healing applications, absorption of exudate
is important as it diminishes risks associated with secondary infections [58]; however, we note that the
swell ratio desired will be dependent on the specific paradigm in which the hydrogel will be applied
(i.e., in the absence/presence of pressure applied to the wound, etc.).
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The pH of wound exudate normally ranges between pH 4.8 and pH 9.8, consequently the PBS
was chosen as a simple biologically relevant mimic of the non-extreme wound environment [59].
The release profiles of Zn2+ from the bionanocomposite hydrogels was studied over the period of
8 h (Figure 4), with release of Zn2+ at a rate of ~100 µg per hour for both formulations (there was no
statistically significant difference between the formulations), which is potentially useful for wound
healing. The importance of Zn2+ in our physiology (e.g., for cell membrane repair, cell proliferation,
growth and immune system function) and in modulating the wound healing process is discussed in
depth in an excellent review [43]. We envisage future iterations of these gels (with polysaccharides
displaying varying densities of aldehyde/amine functionalities and with various sizes/morphologies
of NsZnO) will enable more precise control of the amounts of Zn2+ delivered, which may facilitate
control of the chronobiology of the wound healing process [43].
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The immortalized human keratinocyte (HaCaT) cell line is a model cell line used to evaluate
epidermal homeostasis and its pathophysiology [60] and is therefore of potential interest for wound
healing paradigms. The cytotoxicity of the individual components of the gels was assessed using
HaCaT cells (Figure 5) and cell viability was maintained across a broad range of concentrations for
HA-ALD and PEC-ALD (in line with the literature on other cells [25,26,35,53,56]), with somewhat
higher level of cytotoxicity for CS (likely to be because the cationic CS may disrupt cell membranes).
The viability of HaCaT cells in the presence of ZnO has already been studied [46,61,62] and the
HaCaT cells responded in a similarly dose-dependent fashion to NsZnO, consequently we believe
these nanocomposite gels to have some potential for wound healing applications. We envisage
future iterations of these gels (with polysaccharides displaying varying densities of aldehyde/amine
functionalities and tunable amounts of NsZnO) will deliver a therapeutically relevant quantity of Zn2+

and thereby control the chronobiology of the wound healing process [43], which will be undertaken
in collaboration with clinicians and industrial partners to guide the successful development of the
materials towards clinically relevant outcomes.
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Figure 5. HaCaT cell viability after incubation with the components of the gel formulations assessed
using a PrestoBlueTM Cell Viability Assay. Chitosan M.M.W. (yellow), HA-ALD-24 (grey), PEC-ALD-24
(orange), NsZnO (blue). Data depicted are the average percentages of control (untreated cells in
medium alone) ± SD, n = 3.

3. Materials and Methods

3.1. Materials

Unless otherwise noted, all reagents were purchased from Sigma-Aldrich, Gillingham, UK,
and used as received without further purification. For cell culture, all reagents were purchased from
Thermo Fisher Scientific, Morecambe, UK. HaCaT cells (immortalized human keratinocytes) were a
gift from Sarah Allinson (Lancaster University), originally purchased from Lonza, Manchester, UK.

3.2. Synthesis of Hyaluronic Acid Displaying Aldehydes

Oxidized HA (HA-ALD) was prepared in accordance with the literature [16]. Then, 1 g of HA
(MW ~2 MDa) was dissolved in ultrapure (Millipore) water (100 mL) to produce a solution with a
concentration of 10 mg/mL by stirring for ~24 h. Sodium periodate (0.535 g, 2.5 mM) was added and the
reaction was stirred for 24 h at room temperature in the dark. After this time, the unreacted periodate
was eliminated by the addition of ethylene glycol (140 µL, 2.5 mM) and the reaction was stirred for
another 1 h at room temperature in the dark. Dialysis against ultrapure water was performed using
dialysis tubing (cellulose membrane, MWCO 3500) to remove the low molecular weight contaminants
(exchanging the water every 2 h during the daytime for 4 days). The product (HA-ALD) was isolated
by freeze-drying.

3.3. Synthesis of Pectin Displaying Aldehydes

Oxidized pectin (PEC-ALD) was prepared by adaptation of the literature [32]. Then, 1 g of PEC
(poly-D-galacturonic acid methyl ester, MW 21–70 kDa) was dissolved in ultrapure (Millipore UK,
Watford, UK) water (100 mL) to produce a solution with a concentration of 10 mg/mL by stirring for
~24 h. Sodium periodate (0.535 g, 2.5 mM) was added and the reaction was stirred for 24 h at room
temperature in the dark. After this time, the unreacted periodate was eliminated by the addition of
ethylene glycol (140 µL, 2.5 mM) and the reaction was stirred for another 1 h at room temperature in
the dark. Dialysis against ultrapure water was performed using dialysis tubing (cellulose membrane,
MWCO 3500) to remove the low molecular weight contaminants (exchanging the water every 2 h
during the daytime for 4 days). The (PEC-ALD) was isolated by freeze-drying.

3.4. Synthesis of NsZnO

Nanostructured (Ns) ZnO was prepared (using a soft template, Pluronic F127) and characterized
in accordance with the literature [57]. An aqueous solution of Pluronic F127 (10% v/v) was prepared,
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and zinc acetate was then added to a concentration of 0.8 M. The resulting opalescent suspension
was stirred at room temperature for 2 h, after which it was isolated by vacuum filtration and then
calcinated at 500 ◦C for 165 min at a heating rate of 3 ◦C/min to remove the soft template and obtain
porous zinc oxide.

3.5. Preparation of Chitosan Stock Solution

CS with a medium molecular weight (MW 190–310 kDa, 75–85% deacetylated) was used. A CS
stock solution of 2 wt% was prepared adding the polysaccharide powder into an aqueous solution
of acetic acid (99:1 volume ratio H2O: acetic acid). After complete dissolution, the pH was adjusted
to 5.5 by drop-wise addition of 1 M sodium hydroxide, and this formulation was stirred for 24 h to
ensure homogeneity.

3.6. Polysaccharide Hydrogel Preparation

The 1 wt% solutions of HA-ALD or PEC-ALD in PBS (pH 7.4) and a 2 wt% solution of CS in
acidified water (pH 5.5) were prepared. Homogeneous hydrogels were prepared by mixing the stock
solutions at a volume ratio of 1:2 for HA-ALD:CS, or 1:1 for PEC-ALD:CS, with crosslinking occurring
within seconds of mixing the components, yielding translucent gels.

3.7. Bionanocomposite Hydrogel Preparation

NsZnO powder was suspended in PBS and sonicated for 5 min at room temperature to disperse
the NsZnO. The NsZnO suspension was added to the CS stock solution and gently stirred to ensure
homogeneity. The previous formulations were tailored in order to get a final concentration of 1% wt of
NsZnO, yielding opaque hydrogels.

3.8. Fourier Transform Infrared Spectroscopy

Infrared spectroscopy was carried out on a Thermo Scientific FTIR Spectrometer (Thermo Fisher
Scientific, Morecambe, UK). Spectra were recorded for 16 scans in ATR mode at room temperature,
with a 1 cm−1 resolution. Spectra were corrected for background and atmosphere using OMNIC
(Windows 10 version) software (Thermo Scientific™) provided with the spectrometer.

3.9. X-ray Diffraction

X-ray diffraction patterns of the samples were obtained using a Rigaku Smartlab powder
diffractometer (Rigaku Ltd., Kent, UK) equipped with a DTex250 one-dimensional (1D) detector,
irradiating the films at a wavelength of 0.15418 nm from Cu Kα radiation. Data were collected with a
2D solid state detector (PIXcel) from 10◦ to 80◦ (2θ) with a step size of 0.001◦ (2θ) and a wavelength of
1.54187 Å.

3.10. SEM-EDX

The freeze dried gels were analyzed by FESEM (Zeiss Supra 40, Carl Zeiss AG, Jena, Germany)
equipped with an Oxford detector for energy dispersive X-ray analysis (EDX).

3.11. In Vitro Swelling Studies

The freeze-dried hydrogels were weighed and immersed in PBS solutions (pH 7.4) at 33 ◦C.
At specific time points, the swollen hydrogels were removed and immediately weighed after the excess
water on their surfaces was blotted away with filter paper, until the weight of hydrogels reached an
equilibrium value. The swelling ratio (SR) was calculated as follows: SR (%) = ((Wt −W0)/W0) × 100,
where Wt and W0 are the weights of the hydrogels in the swollen state and dry state, respectively.
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3.12. Cell Viability Studies

The cytotoxicity of the CS, HA-ALD and PEC-ALD was determined using a cell viability assay
based on the metabolic activity of the cells as a measure of their viability and a proxy measure of
cell proliferation. For this, 96-well plates were set up containing 100 µL of each compound at a
starting concentration of 1 mg/mL. Cells were routinely maintained in Dulbecco’s modified Eagle’s
medium (DMEM) with 10% fetal bovine serum and 1% antibiotics (10,000 µg/mL streptomycin and
10,000 units/mL penicillin) at 33 ◦C with 5% CO2. Cells were serially passaged or used for experiments
at 70–80% confluence. Then, 104 cells were added to each well, including control wells with medium
alone. A set of control medium (100 µL of medium with serum) with no cells was also included. The
96-well plates were incubated at 72 h in a humidified incubator (5% CO2) at 33 ◦C. After incubation,
the PrestoBlue™ assay was performed in accordance with the supplier’s guidelines. Briefly, 10 µL
of PrestoBlue™ solution (Invitrogen, purchased from ThermoFisher, Morecambe, UK) was added
to all wells and incubated for at least 30 min, after which the fluorescence was read using a Tecan
Infinite® 200 PRO platereader (fluorescence excitation/emission maxima: 560/590 nm) with Magellan
software. After background (medium alone, no cells) subtraction, data were converted into the percent
of untreated control (cells in medium).

3.13. In Vitro Zn2+ Release

Zn2+ ion release from 200 µL of the bionanocomposite hydrogels was studied using vertical Franz
diffusion cells and synthetic skin (Dow Corning 7-4107 Silicone Elastomer Membrane, supplied by
Biesterfeld AG, Hamburg, Germany). HA-ALD/CS/NsZnO and PEC-ALD/CS/NsZnO were employed
as donor phases. The receiving phase consisted of PBS. The apparatus was maintained at 33 ◦C with
stirring; at scheduled times the receiving phase was withdrawn and entirely replaced with fresh
receiving phase. Zinc ion quantification was performed for each sample using inductively coupled
plasma mass spectrometry (ICP-MS, mod. 7500cc, Agilent Technologies, Milan, Italy) [63].

4. Conclusions

Here we report the facile synthesis of in situ crosslinking bionanocomposite hydrogels which
deliver antimicrobial Zn2+ and have potential for wound healing applications [64–70]. The simple
addition of extra components enables the inclusion of multiple drugs to treat wounds with various
microbial populations (or indeed for patients with multiple co-morbidities). Such chemistry is appealing
as the imines are inherently reversible and therefore impart the potential for self-healing [55] if the gel
is exposed to mechanical forces (e.g., shear) before, during or after the initial gel formation reaction
is complete, offering potential to include cells for cell therapy. The in situ crosslinking hydrogels
presented here are attractive for application as injectable hydrogel-based tissue scaffolds that can
adapt to fill patient-specific cavities, wherein the NsZnO particles are loaded with a variety of active
pharmaceutical ingredients, and may therefore be of use for a variety of wound paradigms including
those induced by extreme trauma (e.g., blast induced) [71–73].

Author Contributions: Conceptualization, F.L., B.O., K.L.W. and J.G.H.; methodology, F.L., M.F., B.O., K.L.W. and
J.G.H.; formal analysis, F.L., M.F., B.O., K.L.W. and J.G.H.; investigation, F.L. and M.F.; resources, W.B., B.O., K.L.W.
and J.G.H.; data curation, B.O., K.L.W. and J.G.H.; writing—Original draft preparation, F.L., M.F., B.O., K.L.W. and
J.G.H.; writing—Review and editing, all authors; supervision, B.O., K.L.W. and J.G.H.; project administration,
B.O., K.L.W. and J.G.H.; funding acquisition, all authors.

Funding: We thank the Royal Society of Chemistry (RSC) for a Researcher Mobility Grant (RM1601-2703) for
Federica Leone. We thank the Royal Society for a Newton International Fellowship (NF151479) for Melike
Firlak, and a Research Grant (RG160449) for John Hardy. We thank the following BBSRC Networks in Industrial
Biotechnology and Bioenergy (NIBB) for Business Interaction Vouchers (BIVs): “From Plant to Products” (P2P, grant
BB/L013819/1), “Glycoscience Tools for Biotechnology and Bioenergy” (IBCarb, BB/L013762/1) and “FoodWasteNet”
(FWN, grant BB/L0137971/1). We acknowledge an MRC Proximity to Discovery grant (MC_PC_17192) for
supporting interactions with Kirsty Challen and Wayne Bonnefin. The APC was funded by Lancaster University.



J. Funct. Biomater. 2019, 10, 50 10 of 15

Acknowledgments: We thank Mick Urbaniak at Lancaster University for access to a lyophilizer. We thank Abi
Spear at the Defense Science and Technology Laboratory (Dstl) for constructive discussions during the project.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or in the decision to
publish the results.

Appendix A

J. Funct. Biomater. 2019, 10, x FOR PEER REVIEW 10 of 15 

 

Acknowledgments: We thank Mick Urbaniak at Lancaster University for access to a lyophilizer. We thank Abi 
Spear at the Defense Science and Technology Laboratory (Dstl) for constructive discussions during the project. 

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the 
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or in the decision to 
publish the results. 

Appendix A 

 
Figure A1. Photographs of the hydrogels studied supported on a gloved hand. (A) Translucent HA-
ALD/CS polysaccharide gels. (B) Opaque HA-ALD/CS/NsZnO bionanocomposite gels. (C) Translucent 
PEC-ALD/CS polysaccharide gels. (D) Opaque PEC-ALD/CS/NsZnO bionanocomposite gels. 

Figure A1. Photographs of the hydrogels studied supported on a gloved hand. (A) Translucent HA-
ALD/CS polysaccharide gels. (B) Opaque HA-ALD/CS/NsZnO bionanocomposite gels. (C) Translucent
PEC-ALD/CS polysaccharide gels. (D) Opaque PEC-ALD/CS/NsZnO bionanocomposite gels.



J. Funct. Biomater. 2019, 10, 50 11 of 15
J. Funct. Biomater. 2019, 10, x FOR PEER REVIEW 11 of 15 

 

 
Figure A2. (A) FESEM images of the dried hydrogels (left: CS/HA-ALD polysaccharide gel; right: 
CS/PEC-ALD polysaccharide gel). (B) HA-ALD/CS/NsZnO bionanocomposite hydrogel (left: FESEM 
image; right: EDS elemental mapping image). (C) PEC-ALD/CS/NsZnO bionanocomposite hydrogel 
(left: FESEM image; right: EDS elemental mapping image). 

 
Figure A3. Swelling behavior of the hydrogels. Left: swelling profiles of HA-ALD/CS polysaccharide 
gels (black bars) and HA-ALD/CS/NsZnO bionanocomposite gels (grey bars). Right: swelling profiles 
of PEC-ALD/CS polysaccharide gels (black bars) and PEC-ALD/CS/NsZnO bionanocomposite gels 
(grey bars). 

Figure A2. (A) FESEM images of the dried hydrogels (left: CS/HA-ALD polysaccharide gel; right:
CS/PEC-ALD polysaccharide gel). (B) HA-ALD/CS/NsZnO bionanocomposite hydrogel (left: FESEM
image; right: EDS elemental mapping image). (C) PEC-ALD/CS/NsZnO bionanocomposite hydrogel
(left: FESEM image; right: EDS elemental mapping image).

J. Funct. Biomater. 2019, 10, x FOR PEER REVIEW 11 of 15 

 

 
Figure A2. (A) FESEM images of the dried hydrogels (left: CS/HA-ALD polysaccharide gel; right: 
CS/PEC-ALD polysaccharide gel). (B) HA-ALD/CS/NsZnO bionanocomposite hydrogel (left: FESEM 
image; right: EDS elemental mapping image). (C) PEC-ALD/CS/NsZnO bionanocomposite hydrogel 
(left: FESEM image; right: EDS elemental mapping image). 

 
Figure A3. Swelling behavior of the hydrogels. Left: swelling profiles of HA-ALD/CS polysaccharide 
gels (black bars) and HA-ALD/CS/NsZnO bionanocomposite gels (grey bars). Right: swelling profiles 
of PEC-ALD/CS polysaccharide gels (black bars) and PEC-ALD/CS/NsZnO bionanocomposite gels 
(grey bars). 

Figure A3. Swelling behavior of the hydrogels. Left: swelling profiles of HA-ALD/CS polysaccharide
gels (black bars) and HA-ALD/CS/NsZnO bionanocomposite gels (grey bars). Right: swelling profiles
of PEC-ALD/CS polysaccharide gels (black bars) and PEC-ALD/CS/NsZnO bionanocomposite gels
(grey bars).



J. Funct. Biomater. 2019, 10, 50 12 of 15

References

1. Mandla, S.; Davenport Huyer, L.; Radisic, M. Review: Multimodal bioactive material approaches for wound
healing. APL Bioeng. 2018, 2, 021503. [CrossRef]

2. Peppas, N.A.; Bures, P.; Leobandung, W.; Ichikawa, H. Hydrogels in pharmaceutical formulations. Eur. J.
Pharm. Biopharm. 2000, 50, 27. [CrossRef]

3. Varghese, S.; Jamora, C. Hydrogels: A versatile tool with a myriad of biomedical and research applications
for the skin. Expert Rev. Dermatol. 2012, 7, 315–317. [CrossRef]

4. Spear, A.M.; Lawton, G.; Staruch, R.M.T.; Rickard, R.F. Regenerative medicine and war: A front-line focus
for UK defence. NPJ Regen. Med. 2018, 3, 13. [CrossRef] [PubMed]

5. Du, L.; Tong, L.; Jin, Y.; Jia, J.; Liu, Y.; Su, C.; Yu, S.; Li, X. A multifunctional in situ-forming hydrogel for
wound healing. Wound Repair Regen. 2012, 20, 904–910. [CrossRef] [PubMed]

6. Chai, Q.; Jiao, Y.; Yu, X. Hydrogels for Biomedical Applications: Their Characteristics and the Mechanisms
behind Them. Gels 2017, 3, 6. [CrossRef]

7. Ahmed, E.M. Hydrogel: Preparation, characterization, and applications: A review. J. Adv. Res. 2015, 6,
105–121. [CrossRef]

8. Li, Y.; Rodrigues, J.; Tomás, H. Injectable and biodegradable hydrogels: Gelation, biodegradation and
biomedical applications. Chem. Soc. Rev. 2012, 41, 2193–2221. [CrossRef]

9. Gupta, B.; Tummalapalli, M.; Deopura, B.L.; Alam, M.S. Functionalization of pectin by periodate oxidation.
Carbohydr. Polym. 2013, 98, 1160–1165. [CrossRef]

10. Patrulea, V.; Ostafe, V.; Borchard, G.; Jordan, O. Chitosan as a starting material for wound healing applications.
Eur. J. Pharm. Biopharm. 2015, 97, 417–426. [CrossRef]

11. Oryan, A.; Sahvieh, S. Effectiveness of chitosan scaffold in skin, bone and cartilage healing. Int. J. Biol.
Macromol. 2017, 104, 1003–1011. [CrossRef] [PubMed]

12. Ng, W.L.; Chua, C.K.; Shen, Y.F. Print Me an Organ! Why We Are Not There Yet. Progr. Polym. Sci. 2019, 97,
101145. [CrossRef]

13. Van Tomme, S.R.; Storm, G.; Hennink, W.E. In situ gelling hydrogels for pharmaceutical and biomedical
applications. Int. J. Pharm. 2008, 355, 1–18. [CrossRef] [PubMed]

14. Iha, R.K.; Wooley, K.L.; Nystrom, A.M.; Burke, D.J.; Kade, M.J.; Hawker, C.J. Applications of orthogonal
“click” chemistries in the synthesis of functional soft materials. Chem. Rev. 2009, 109, 5620–5686. [CrossRef]
[PubMed]

15. Barner-Kowollik, C.; Du Prez, F.E.; Espeel, P.; Hawker, C.J.; Junkers, T.; Schlaad, H.; Van Camp, W. “Clicking”
polymers or just efficient linking: What is the difference? Angew. Chem. Int. Ed. 2011, 50, 60–62. [CrossRef]
[PubMed]

16. Lallana, E.; Fernandez-Trillo, F.; Sousa-Herves, A.; Riguera, R.; Fernandez-Megia, E. Click chemistry with
polymers, dendrimers, and hydrogels for drug delivery. Pharm. Res. 2012, 29, 902–921. [CrossRef] [PubMed]

17. Malkoch, M.; Vestberg, R.; Gupta, N.; Mespouille, L.; Dubois, P.; Mason, A.F.; Hedrick, J.L.; Liao, Q.;
Frank, C.W.; Kingsbury, K.; et al. Synthesis of well-defined hydrogel networks using Click chemistry. Chem.
Commun. 2006, 2774–2776. [CrossRef]

18. Jiang, Y.; Chen, J.; Deng, C.; Suuronen, E.J.; Zhong, Z. Click hydrogels, microgels and nanogels: Emerging
platforms for drug delivery and tissue engineering. Biomaterials 2014, 35, 4969–4985. [CrossRef]

19. Nimmo, C.M.; Shoichet, M.S. Regenerative biomaterials that “click”: Simple, aqueous-based protocols
for hydrogel synthesis, surface immobilization, and 3D patterning. Bioconj. Chem. 2011, 22, 2199–2209.
[CrossRef]

20. Lowe, A.B.; Hoyle, C.E.; Bowman, N.C. Thiol-yne click chemistry: A powerful and versatile methodology
for materials synthesis. J. Mater. Chem. 2010, 20, 4745–4750. [CrossRef]

21. Van Dijk, M.; Rijkers, D.T.S.; Liskamp, R.M.J. Nostrum, van Noostrum, Hennink, HE. Bioconj. Chem. 2009, 20,
2001–2016. [CrossRef] [PubMed]

22. Elchinger, P.H.; Faugeras, P.A.; Boëns, B.; Brouillette, F.; Montplaisir, D.; Zerrouki, R.; Lucas, R. Polysaccharides:
The “Click” Chemistry Impact. Polymers 2011, 3, 1607. [CrossRef]

23. Lehn, J.M. From supramolecular chemistry towards constitutional dynamic chemistry and adaptive chemistry.
Chem. Soc. Rev. 2007, 36, 151–160. [CrossRef] [PubMed]

http://dx.doi.org/10.1063/1.5026773
http://dx.doi.org/10.1016/S0939-6411(00)00090-4
http://dx.doi.org/10.1586/edm.12.28
http://dx.doi.org/10.1038/s41536-018-0053-4
http://www.ncbi.nlm.nih.gov/pubmed/30155273
http://dx.doi.org/10.1111/j.1524-475X.2012.00848.x
http://www.ncbi.nlm.nih.gov/pubmed/23110551
http://dx.doi.org/10.3390/gels3010006
http://dx.doi.org/10.1016/j.jare.2013.07.006
http://dx.doi.org/10.1039/C1CS15203C
http://dx.doi.org/10.1016/j.carbpol.2013.06.069
http://dx.doi.org/10.1016/j.ejpb.2015.08.004
http://dx.doi.org/10.1016/j.ijbiomac.2017.06.124
http://www.ncbi.nlm.nih.gov/pubmed/28684351
http://dx.doi.org/10.1016/j.progpolymsci.2019.101145
http://dx.doi.org/10.1016/j.ijpharm.2008.01.057
http://www.ncbi.nlm.nih.gov/pubmed/18343058
http://dx.doi.org/10.1021/cr900138t
http://www.ncbi.nlm.nih.gov/pubmed/19905010
http://dx.doi.org/10.1002/anie.201003707
http://www.ncbi.nlm.nih.gov/pubmed/21132684
http://dx.doi.org/10.1007/s11095-012-0683-y
http://www.ncbi.nlm.nih.gov/pubmed/22274559
http://dx.doi.org/10.1039/b603438a
http://dx.doi.org/10.1016/j.biomaterials.2014.03.001
http://dx.doi.org/10.1021/bc200281k
http://dx.doi.org/10.1039/b917102a
http://dx.doi.org/10.1021/bc900087a
http://www.ncbi.nlm.nih.gov/pubmed/19606898
http://dx.doi.org/10.3390/polym3041607
http://dx.doi.org/10.1039/B616752G
http://www.ncbi.nlm.nih.gov/pubmed/17264919


J. Funct. Biomater. 2019, 10, 50 13 of 15

24. Corbett, P.T.; Leclaire, J.; Vial, L.; West, K.R.; Wietor, J.L.; Sanders, J.K.M.; Otto, S. Dynamic Combinatorial
Chemistry. Chem. Rev. 2006, 106, 3652–3711. [CrossRef] [PubMed]

25. Hudson, S.P.; Langer, R.; Fink, G.R.; Kohane, D.S. Injectable in situ cross-linking hydrogels for local antifungal
therapy. Biomaterials 2010, 31, 1444–1452. [CrossRef] [PubMed]

26. Jia, X.Q.; Burdick, J.A.; Kobler, J.; Clifton, R.J.; Rosowski, J.J.; Zeitels, S.M.; Langer, R. Synthesis and
Characterization of in Situ Cross-Linkable Hyaluronic Acid-Based Hydrogels with Potential Application for
Vocal Fold Regeneration. Macromolecules 2004, 37, 3239–3248. [CrossRef]

27. McKinnon, D.D.; Domaille, D.W.; Cha, J.N.; Anseth, K.S. Biophysically defined and cytocompatible covalently
adaptable networks as viscoelastic 3D cell culture systems. Adv. Mater. 2014, 26, 865–872. [CrossRef]

28. Shelke, N.B.; James, R.; Laurencin, C.T.; Kumbar, S.G. Polysaccharide biomaterials for drug delivery and
regenerative engineering. Polym. Adv. Technol. 2014, 25, 448–460. [CrossRef]

29. Xiao, R.; Grinstaff, M.W. Chemical synthesis of polysaccharides and polysaccharide mimetics. Prog. Polym.
Sci. 2017, 74, 78–116. [CrossRef]

30. Zafar, R.; Zia, K.M.; Tabasum, S.; Jabeen, F.; Noreen, A.; Zuber, M. Polysaccharide based bionanocomposites,
properties and applications: A review. Int. J. Biol. Macromol. 2016, 92, 1012–1024. [CrossRef]

31. Hussain, Z.; Thu, H.E.; Katas, H.; Bukhari, S.N.A. Hyaluronic Acid-Based Biomaterials: A Versatile and
Smart Approach to Tissue Regeneration and Treating Traumatic, Surgical, and Chronic Wounds. Polym. Rev.
2017, 57, 594–630. [CrossRef]

32. Hardy, J.G.; Lin, P.; Schmidt, C.E. Biodegradable hydrogels composed of oxime crosslinked poly (ethylene
glycol), hyaluronic acid and collagen: A tunable platform for soft tissue engineering. J. Biomater. Sci. Polym.
Ed. 2015, 26, 143–161. [CrossRef] [PubMed]

33. Kim, D.Y.; Park, H.; Kim, S.W.; Lee, J.W.; Lee, K.Y. Injectable hydrogels prepared from partially oxidized
hyaluronate and glycol chitosan for chondrocyte encapsulation. Carbohydr. Polym. 2017, 157, 1281–1287.
[CrossRef] [PubMed]

34. Zhang, R.; Li, X.; He, K.; Sheng, X.; Deng, S.; Shen, Y.; Chang, G.; Ye, X. Preparation and properties of redox
responsive modified hyaluronic acid hydrogels for drug release. Polym. Adv. Technol. 2017, 28, 1759–1763.
[CrossRef]

35. Chetouani, A.; Elkolli, M.; Bounekhel, M.; Benachour, D. Synthesis and properties of novel hydrogels from
oxidized pectin crosslinked gelatin for biomedical applications. Polym. Bull. 2014, 71, 2303. [CrossRef]

36. Butcher, M. PHMB: An effective antimicrobial in wound bioburden management. Br. J. Nurs. 2012, 21, S16.
[CrossRef]

37. Paydar, S.; Ziaeian, B.; Dehghanian, A.; Heidarpour, M.; Moghadam, R.A.; Dalfardi, B.; Karladani, A.H. A
Comparison of the Effects of Topical Prolavacid Solution (a Polyhexamethylene Biguanide-Based Wound
Cleanser) and Medihoney Ointment in a Rat Model of Cutaneous Wound. Adv. Wound Care 2017, 6, 407.
[CrossRef]

38. Hübner, N.-O.; Kramer, A. Review on the efficacy, safety and clinical applications of polihexanide, a modern
wound antiseptic. Skin Pharmacol. Physiol. 2010, 23, 17. [CrossRef]

39. Kramer, A.; Dissemond, J.; Kim, S.; Willy, C.; Mayer, D.; Papke, R.; Tuchmann, F.; Assadian, O. Consensus on
Wound Antisepsis: Update 2018. Skin Pharmacol. Physiol. 2018, 31, 28. [CrossRef]

40. Zhang, H.; Dong-Ying, Z.; Si-Tong, L.; Pu-Wang, L.; Si-Dong, L. Chitosan-Based Composite Materials for
Prospective Hemostatic Applications. Mar. Drugs 2018, 16, 273. [CrossRef]

41. Leone, F.; Cataldo, R.; Mohamed, S.S.Y.; Manna, L.; Banchero, M.; Ronchetti, S.; Mandras, N.; Tullio, V.;
Cavalli, R.; Onida, B. Nanostructured ZnO as Multifunctional Carrier for a Green Antibacterial Drug Delivery
System—A Feasibility Study. Nanomaterials 2019, 9, 407. [CrossRef] [PubMed]

42. Haq, A.N.U.; Nadhman, A.; Ullah, I.; Mustafa, G.; Yasinzai, M.; Khan, I. Synthesis Approaches of Zinc Oxide
Nanoparticles: The Dilemma of Ecotoxicity. J. Nanomater. 2017, 8510342. [CrossRef]

43. Lin, P.-H.; Sermersheim, M.; Li, H.; Lee, P.H.U.; Steinberg, S.M.; Ma, J. Zinc in Wound Healing Modulation.
Nutrients 2018, 10, 16. [CrossRef] [PubMed]

44. Bergs, C.; Brück, L.; Rosencrantz, R.R.; Conrads, G.; Elling, L.; Pich, A. Biofunctionalized zinc peroxide
(ZnO2) nanoparticles as active oxygen sources and antibacterial agents. RSC Adv. 2017, 7, 38998. [CrossRef]

45. Gupta, M.; Mahajan, V.K.; Mehta, K.S.; Chauhan, P.S. Zinc therapy in dermatology: A review. Dermatol. Res.
Pract. 2014, 709152. [CrossRef] [PubMed]

http://dx.doi.org/10.1021/cr020452p
http://www.ncbi.nlm.nih.gov/pubmed/16967917
http://dx.doi.org/10.1016/j.biomaterials.2009.11.016
http://www.ncbi.nlm.nih.gov/pubmed/19942285
http://dx.doi.org/10.1021/ma035970w
http://dx.doi.org/10.1002/adma.201303680
http://dx.doi.org/10.1002/pat.3266
http://dx.doi.org/10.1016/j.progpolymsci.2017.07.009
http://dx.doi.org/10.1016/j.ijbiomac.2016.07.102
http://dx.doi.org/10.1080/15583724.2017.1315433
http://dx.doi.org/10.1080/09205063.2014.975393
http://www.ncbi.nlm.nih.gov/pubmed/25555089
http://dx.doi.org/10.1016/j.carbpol.2016.11.002
http://www.ncbi.nlm.nih.gov/pubmed/27987834
http://dx.doi.org/10.1002/pat.4059
http://dx.doi.org/10.1007/s00289-014-1189-z
http://dx.doi.org/10.12968/bjon.2012.21.Sup12.S16
http://dx.doi.org/10.1089/wound.2017.0747
http://dx.doi.org/10.1159/000318264
http://dx.doi.org/10.1159/000481545
http://dx.doi.org/10.3390/md16080273
http://dx.doi.org/10.3390/nano9030407
http://www.ncbi.nlm.nih.gov/pubmed/30862002
http://dx.doi.org/10.1155/2017/8510342
http://dx.doi.org/10.3390/nu10010016
http://www.ncbi.nlm.nih.gov/pubmed/29295546
http://dx.doi.org/10.1039/C7RA06332F
http://dx.doi.org/10.1155/2014/709152
http://www.ncbi.nlm.nih.gov/pubmed/25120566


J. Funct. Biomater. 2019, 10, 50 14 of 15

46. Huang, X.; Wang, X.; Wang, S.; Yang, J.; Zhong, L.; Pan, J. UV and dark-triggered repetitive release and
encapsulation of benzophenone-3 from biocompatible ZnO nanoparticles potential for skin protection.
Nanoscale 2013, 5, 5596. [CrossRef]

47. Sirelkhatim, A.; Mahmud, S.; Seeni, A. Review on Zinc Oxide Nanoparticles: Antibacterial Activity and
Toxicity Mechanism. Nano Micro Lett. 2015, 7, 219. [CrossRef]

48. Burdick, J.A.; Prestwich, G.D. Hyaluronic Acid Hydrogels for Biomedical Applications. Adv. Mater. 2011, 23,
H41–H56. [CrossRef]

49. Collins, M.N.; Birkinshaw, C. Hyaluronic acid based scaffolds for tissue engineering—A review. Carbohydr.
Polym. 2013, 92, 1262–1279. [CrossRef]

50. Sacco, P.; Furlani, F.; De Marzo, G.; Marsich, E.; Paoletti, S.; Donati, I. Concepts for Developing Physical Gels
of Chitosan and of Chitosan Derivatives. Gels 2018, 4, 67. [CrossRef]

51. Thakur, B.R.; Singh, R.K.; Handa, A.K. Chemistry and uses of pectin—A review. Crit. Rev. Food Sci. Nutr.
1997, 37, 47–73. [CrossRef] [PubMed]

52. Mohan, N.; Mohanan, P.V.; Sabareeswaran, A.; Nair, P. Chitosan-hyaluronic acid hydrogel for cartilage repair.
Int. J. Biol. Macromol. 2017, 104, 1936. [CrossRef] [PubMed]

53. Chetouani, A.; Elkolli, M.; Bounekhel, M.; Benachour, D. Chitosan/oxidized pectin/PVA blend film:
Mechanical and biological properties. Polym. Bull. 2017, 74, 4297. [CrossRef]

54. Cumpstey, I. Chemical Modification of Polysaccharides. ISRN Org Chem. 2013, 417672. [CrossRef] [PubMed]
55. Wei, Z.; Zhao, J.; Chen, Y.M.; Zhang, P.; Zhang, Q. Self-healing polysaccharide-based hydrogels as injectable

carriers for neural stem cells. Sci. Rep. 2016, 6, 37841. [CrossRef]
56. Fan, L.; Sun, Y.; Xie, W.; Zheng, H.; Liu, S. Oxidized pectin cross-linked carboxymethyl chitosan: A new class

of hydrogels. J. Biomater. Sci. Polym. Ed. 2012, 23, 2119. [CrossRef]
57. Leone, F.; Gignone, A.; Ronchetti, S.; Cavalli, R.; Manna, L.; Banchero, M.; Onida, B. A green

organic-solvent-free route to prepare nanostructured zinc oxide carriers of clotrimazole for pharmaceutical
applications. J. Clean. Prod. 2018, 172, 1433–1439. [CrossRef]

58. Wahid, F.; Yin, J.J.; Xue, D.D.; Xue, H.; Lu, Y.S.; Zhong, C.; Chu, L.Q. Synthesis and characterization of
antibacterial carboxymethyl Chitosan/ZnO nanocomposite hydrogels. Int. J. Biol. Macromol. 2016, 88, 273.
[CrossRef]

59. Britland, S.; Smith, A.; Finter, W.; Eagland, D.; Vowden, K.; Vowden, P.; Telford, G.; Brown, A.; Pritchard, D.
Recombinant Lucilia Sericata chymotrypsin in a topical hydrogel formulation degrades human wound
eschar ex vivo. Biotechnol. Prog. 2011, 27, 870. [CrossRef]

60. Seo, M.; Kang, T.; Lee, C.; Lee, A.; Noh, M. HaCaT Keratinocytes and Primary Epidermal Keratinocytes
Have Different Transcriptional Profiles of Cornified Envelope-Associated Genes to T Helper Cell Cytokines.
Biomol. Ther. 2012, 20, 171. [CrossRef]

61. Shokri, N.; Javar, H.A. Comparison of Calcium Phosphate and Zinc Oxide Nanoparticles as Dermal
Penetration Enhancers for Albumin. Indian J. Pharm. Sci. 2015, 77, 694. [CrossRef] [PubMed]

62. Vinardell, M.; Llanas, H.; Marics, L.; Mitjans, M. In Vitro Comparative Skin Irritation Induced by Nano and
Non-Nano Zinc Oxide. Nanomaterials 2017, 7, 56. [CrossRef] [PubMed]

63. Laurenti, M.; Cauda, V. Gentamicin-Releasing Mesoporous ZnO Structures. Materials 2018, 11, 314. [CrossRef]
[PubMed]

64. Wang, T.; Wang, J.; Wang, R.; Yuan, P.; Fand, Z.; Yang, S. Preparation and properties of ZnO/sodium alginate
bi-layered hydrogel films as novel wound dressings. New J. Chem. 2019, 43, 8684. [CrossRef]

65. 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. [CrossRef]

66. Rao, K.M.; Suneetha, M.; Zo, S.; Duck, K.H.; Han, S.S. One-pot synthesis of ZnO nanobelt-like structures in
hyaluronan hydrogels for wound dressing applications. Carb. Polym. 2019, 223, 115124. [CrossRef]

67. Raguvaran, R.; Manuja, B.K.; Chopra, M.; Thakur, R.; Anand, T.; Kalia, A.; Manuja, A. Sodium alginate
and gum acacia hydrogels of ZnO nanoparticles show wound healing effect on fibroblast cells. Int. J. Biol.
Macromol. 2017, 96, 185. [CrossRef]

68. Hong, L.T.A.; Kim, Y.-M.; Park, H.H.; Hwang, D.H.; Cui, Y.; Lee, E.M.; Yahn, S.; Lee, J.K.; Song, S.-C.;
Kim, B.G. An injectable hydrogel enhances tissue repair after spinal cord injury by promoting extracellular
matrix remodeling. Nat. Commun. 2017, 8, 533. [CrossRef]

http://dx.doi.org/10.1039/c3nr00090g
http://dx.doi.org/10.1007/s40820-015-0040-x
http://dx.doi.org/10.1002/adma.201003963
http://dx.doi.org/10.1016/j.carbpol.2012.10.028
http://dx.doi.org/10.3390/gels4030067
http://dx.doi.org/10.1080/10408399709527767
http://www.ncbi.nlm.nih.gov/pubmed/9067088
http://dx.doi.org/10.1016/j.ijbiomac.2017.03.142
http://www.ncbi.nlm.nih.gov/pubmed/28359897
http://dx.doi.org/10.1007/s00289-017-1953-y
http://dx.doi.org/10.1155/2013/417672
http://www.ncbi.nlm.nih.gov/pubmed/24151557
http://dx.doi.org/10.1038/srep37841
http://dx.doi.org/10.1163/092050611X611675
http://dx.doi.org/10.1016/j.jclepro.2017.10.243
http://dx.doi.org/10.1016/j.ijbiomac.2016.03.044
http://dx.doi.org/10.1002/btpr.587
http://dx.doi.org/10.4062/biomolther.2012.20.2.171
http://dx.doi.org/10.4103/0250-474X.174989
http://www.ncbi.nlm.nih.gov/pubmed/26997697
http://dx.doi.org/10.3390/nano7030056
http://www.ncbi.nlm.nih.gov/pubmed/28336890
http://dx.doi.org/10.3390/ma11020314
http://www.ncbi.nlm.nih.gov/pubmed/29470405
http://dx.doi.org/10.1039/C9NJ00402E
http://dx.doi.org/10.1016/j.ijbiomac.2018.04.010
http://dx.doi.org/10.1016/j.carbpol.2019.115124
http://dx.doi.org/10.1016/j.ijbiomac.2016.12.009
http://dx.doi.org/10.1038/s41467-017-00583-8


J. Funct. Biomater. 2019, 10, 50 15 of 15

69. Lokhande, G.; Carrow, J.K.; Thakur, T.; Xavier, J.R.; Parani, M.; Bayless, K.J.; Gaharwar, A.K. Nanoengineered
injectable hydrogels for wound healing application. Acta Biomater. 2018, 70, 35–47. [CrossRef]

70. Deligkaris, K.; Tadele, T.S.; Olthuis, W.; van den Berg, A. Hydrogel-based devices for biomedical applications.
Sens. Actuators B Chem. 2010, 147, 765–774. [CrossRef]

71. Horrocks, C.L. Blast injuries: Biophysics, pathophysiology and management principles. J. R. Army Med.
Corps. 2001, 147, 28. [CrossRef] [PubMed]

72. Spear, A.M.; Davies, E.M.; Taylor, C.; Whiting, R.; Macildowie, S.; Kirkman, E.; Midwinter, M.; Watts, S.A.
Blast Wave Exposure to the Extremities Causes Endothelial Activation and Damage. Shock 2015, 44, 470.
[CrossRef] [PubMed]

73. Guthrie, H.C.; Martin, K.R.; Taylor, C.; Spear, A.M.; Whiting, R.; Macildowie, S.; Clasper, J.C.; Watts, S.A.
A pre-clinical evaluation of silver, iodine and Manuka honey based dressings in a model of traumatic
extremity wounds contaminated with Staphylococcus aureus. Injury 2014, 45, 1171. [CrossRef] [PubMed]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1016/j.actbio.2018.01.045
http://dx.doi.org/10.1016/j.snb.2010.03.083
http://dx.doi.org/10.1136/jramc-147-01-03
http://www.ncbi.nlm.nih.gov/pubmed/11307675
http://dx.doi.org/10.1097/SHK.0000000000000455
http://www.ncbi.nlm.nih.gov/pubmed/26418548
http://dx.doi.org/10.1016/j.injury.2014.05.007
http://www.ncbi.nlm.nih.gov/pubmed/24908627
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results and Discussion 
	Materials and Methods 
	Materials 
	Synthesis of Hyaluronic Acid Displaying Aldehydes 
	Synthesis of Pectin Displaying Aldehydes 
	Synthesis of NsZnO 
	Preparation of Chitosan Stock Solution 
	Polysaccharide Hydrogel Preparation 
	Bionanocomposite Hydrogel Preparation 
	Fourier Transform Infrared Spectroscopy 
	X-ray Diffraction 
	SEM-EDX 
	In Vitro Swelling Studies 
	Cell Viability Studies 
	In Vitro Zn2+ Release 

	Conclusions 
	
	References

