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Abstract: Materials based on natural high molecular compounds are particularly interesting
for biomedical applications. It is known that the cross-linking agent used for preparation of
biomacromolecule-based materials is as important as used biopolymer. Therefore, natural cross-linkers
containing reactive carbonyl groups are of great interest especially for modifying properties of natural
polysaccharides. One of the most popular cross-linking agents is glutaraldehyde. Nevertheless,
the unreacted particles can be released from the cross-linked material and cause cytotoxic effects.
This can be eliminated when using a cross-linker based e.g., on polysaccharides. This article describes
quick and efficient synthesis of dialdehyde chitosan (DACS) and its application for the preparation of
chitosan films. Materials obtained with different amount of DACS were fully characterized in terms
of structure and surface morphology. Thermal and mechanical properties as well as hydrophilic
character were also examined. The results obtained were compared with the materials obtained
by cross-linking chitosan with low molecular weight glutaraldehyde and high molecular weight
cross-linking agent based on polysaccharide—dialdehyde starch. Toxicity of all obtained materials was
tested using the Microtox® test. It has been shown that due to better mechanical, thermal and surface
properties as well as lower toxicity, dialdehyde chitosan is a very promising crosslinking agent.

Keywords: dialdehyde chitosan; dialdehyde starch; cross-linking; chitosan; Microtox® test

1. Introduction

Recently, a growing interest in low-toxic materials derived from natural sources or waste has
been observed in many fields of material science and applications. Attempts are being made to
obtain completely new materials or to modify already known components to improve their properties.
In recent years, interest in polysaccharides and materials based on these biopolymers has increased
significantly [1,2]. Apart from biocompatibility and biodegradability, polysaccharides are susceptible to
chemical modification, which allows their structure and properties to be tailored into the form required
for their further use [3,4]. This approach can be seen in many fields of science and, in particular, in the
design and synthesis of materials for medicine, pharmacy, and biological applications [5-7].

Chitosan, a polysaccharide derived from the partial deacetylation of chitin, is a cationic linear
biopolymer [8,9]. It has been widely considered as one of the safest biomaterials for various biomedical
applications [10-12]. Chitosan-based materials have been studied so far as drug delivery systems [13,14],
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and wound dressings [15,16]. Also, these materials have been used for scaffold manufacturing in
tissue engineering [17-20], and as dietary supplements in the body mass reduction as well as the
cholesterol-lowering formulations [21,22]. Furthermore, materials based on chitosan and their modified
derivatives were found to be effective against viruses, including the SARS-CoV-2 that causes COVID-19
coronavirus disease, responsible for the global pandemic outbreak in 2020, which began in late 2019 in
China [23].

The presence of reactive functional groups, such as hydroxyl or amino groups in the chitosan
structure, allows for fairly easy chemical modification of this biopolymer [24,25]. In order to improve
the mechanical and physicochemical properties of chitosan-based materials, it is necessary to cross-link
this polysaccharide [6]. Due to the presence of the aforementioned functional groups, cross-linking
can occur either by ionic interactions, covalent bonding, or hydrogen bridges. To date, the most
common cross-linking agents used for fabrication of chitosan materials are: formaldehyde [26],
glutaraldehyde [27], various epoxy compounds [28], glyoxal [29], diethyl squarate [30], pyromellitic
dianhydride [31], genipin [32], quinone [33], diisocyanate [34,35], polyethylene glycol (PEG) [36,37],
and dialdehyde starch (DAS) [38]. Low molecular cross-linkers, especially still commonly applied
glutaraldehyde (Glu), are known to enhance the mechanical properties of the final material successfully,
but they are also considered highly toxic. Glutaraldehyde, due to its low molecular weight, can enter
the cells of a living organism through several pathways [39]. The awareness of the potential adverse
effects of the synthetic low molecular weight cross-linking agents stimulated rapid studies on their
natural substitutes [40]. In this regard, the most promising for biomedical applications, due to the lack
of toxicity, is dialdehyde starch, which is widely used as a drug carrier in the pharmaceutical industry
or in tissue engineering in the preparation of cell carrier hydrogels [41-43].

Although the structure of dialdehyde chitosan (DACS) [44,45], which is similar to dialdehyde
starch in its properties, is already known, there are only two reports available in the literature on
the potential utility of this polysaccharide for cross-linking of collagen [46,47]. Dialdehyde chitosan,
like dialdehyde starch, contains in its structure reactive carbonyl groups obtained by oxidation of the
origin polysaccharide (Figure 1). The mechanism of cross-linking of chitosan after this modification is
almost identical to the cross-linking process with the low molecular weight dialdehydes or dialdehyde
starch. It can be expected that chitosan materials cross-linked in this way will be characterized
by low toxicity while maintaining chitosan properties such as hydrophilicity, which is essential for
biomedical applications.
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Figure 1. Chemical structure of (a) dialdehyde chitosan (DACS) and (b) dialdehyde starch (DAS).

Given the above information, the primary purpose of this work was to obtain chitosan films
cross-linked with dialdehyde chitosan, determination of their characteristics, and comparison with
materials cross-linked with dialdehyde starch and a small molecule cross-linking agent, which is the
commonly used glutaraldehyde. In order to perform the detailed characterization of all received
materials, commonly available methods were applied, e.g., scanning electron microscopy (SEM),
attenuated total reflection Fourier-transform infrared (ATR-FTIR) spectroscopy, and atomic force
microscopy (AFM). Also, the mechanical properties of the obtained films were determined, including
their hydrophilic nature using contact angle measurement. The acute toxicity of the prepared chitosan
films was preliminarily studied using the Microtox® test.
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2. Materials and Methods

2.1. Materials

Chitosan (low molecular weight: MW = 50 kDa, deacetylation degree = 75-85 %, CAS Number
9012-76-4,), corn starch, sodium periodate, glutaraldehyde, diiodomethane (pure for analysis), glycerol
were obtained from Sigma-Aldrich (St. Louis, MO, USA) and used without further purification. Acetic
acid, sodium hydroxide, concentrated hydrochloric acid (35%), acetone, and phosphate buffer saline
(PBS, pH = 7.4) were purchased from Avantor Performance Materials, (Gliwice, Poland). All solutions
were prepared with deionized water.

2.2. Dialdehyde Starch Synthesis

The synthesis and characterization of dialdehyde starch was described in detail in our previous
work [48].

Briefly, corn starch (1.5 g) was dissolved in deionized water (30 mL). Periodate aqueous solutions
of varying concentration (weight ratio of oxidant/corn starch = 0.5, 0.7, 0.9, 1.0, and 1.1) were prepared
and then added to the starch suspension under magnetic stirring. The mixture was heated to 40 °C,
and stirring was continued in the dark for 3 h. After cooling to room temperature, the appropriate
quantity of acetone was poured into the reaction mixture solution to precipitate the product. The white
precipitate was collected, washed with deionized water, and dried at room temperature for 24 h.
The dialdehyde starch obtained was used as a cross-linking agent for chitosan films.

2.3. Dialdehyde Chitosan Synthesis

Chitosan (1.0 g) was dissolved in acetic acid solution (C = 1% m/m, 100 mL) and mechanically
stirred at room temperature for 2 h. Different amounts of sodium periodate were dissolved in deionized
water (weight ratio of oxidant/chitosan = 0.5, 0.7, 0.9, and 1.0) and added to the chitosan solution
under magnetic stirring. The mixture was heated to 40 °C, and stirring was continued in the dark for
3 h. After cooling to room temperature, the appropriate quantity of acetone was added. The white
precipitate was isolated by filtration and washed three times with deionized water. Finally, DACS was
dried at room temperature for 24 h.

2.4. Cross-Linked Chitosan Films Preparation

Chitosan (0.5 g) was dissolved in acetic acid (C = 1% m/m, 50 mL). Then, the 5%, 10%, or 15%
(weight percent based on the dry weight of the polysaccharide) of the appropriate cross-linking agent
(dialdehyde starch, dialdehyde chitosan, or glutaraldehyde) was added. The blends were mixed for 2 h
with magnetic stirring and were poured onto the leveled glass plates to allow the solvent to evaporate.

2.5. Analysis and Characterization

2.5.1. Determination of the Content of Aldehyde Groups (ALD, %)

The number of aldehyde groups by acid-base titration of the modified chitosan solutions was
determined [49]. The content of the chitosan units containing the dialdehyde groups was calculated

from the Equation (1):
GV - GV

ALD % =
& m/M

X 100% (%) 1
where: C; (mol/L) and V; (dm?) are the concentration and volume of NaOH solution, C; (mol/L) and
V; (dm?) are the concentration and volume of HCl solution, respectively; m—mass of the sample (g),
M-—molecular weight of the repeated unit in dialdehyde chitosan (M = 160 g/mol).

DACS (0.1 g) and NaOH solution (5 mL, 0.25 M) were added to the Erlenmeyer flask and heated
in 70 °C (water bath) until the sample was dissolved. After cooling, the HCI solution (7.5 mL, 0.25 M)
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and distilled water (15 mL) were added. Then phenolphthalein solution was added, and the sample
was titrated with NaOH solution (0.25 M). The procedure was performed in triplicate for each sample.

2.5.2. Attenuated Total Reflectance Fourier Transform Infrared (ATR-FTIR) Spectroscopy

The ATR-FTIR spectra of chitosan, dialdehyde chitosan, and chitosan cross-linked films were
obtained using the Spectrum Two™ spectrophotometer (Perkin Elmer, Waltham, MA, USA) equipped
with an ATR accessory with an incorporated diamond crystal. Spectra were recorded from 4000 to
400 cm~! with the resolution of 4 cm~! and 32-scans at room temperature.

2.5.3. Scanning Electron Microscopy (SEM)

The morphology for CS, DACS, films, and cross-sections of films were observed with the use
of the 1430 VP model scanning electron microscope manufactured by LEO Electron Microscopy Ltd,
Cambridge, England. The films were first immersed in liquid nitrogen to fracture and to obtain
clear cross-sections. All samples for which the surfaces and cross-sections were tested were covered
with gold.

2.5.4. Contact Angle Measurement

The contact angle of two liquids, glycerol, and diiodomethane, on the surface of chitosan,
dialdehyde chitosan and cross-linked films was measured at constant temperature (24 °C) using a
goniometer equipped with the system of drop-shape analysis (DSA produced by KRUSS GmbH,
Hamburg, Germany). Each 0 is an average of at least 5 measurements. The surface free energy was
calculated by the Owens-Wendt method [50].

2.5.5. Thermal Analysis

Thermogravimetric analysis of chitosan, dialdehyde chitosan, and cross-linked films was
performed on a SDT 2960 Simultaneous DSC-TGA thermogravimetric analyzer (TA Instruments,
New Castle, DE, USA). The measurements were performed at a 10 °C/min heating rate in the range
from 20 °C to 600 °C in the atmosphere of nitrogen.

2.5.6. Mechanical Properties

The mechanical properties of films were studied using EZ-Test E2-LX Shimadzu texture analyzer
(Shimadzu, Kyoto, Japan). Five samples of each type were cut and tested. The films were placed in the
measuring holders and subjected to stretching at the speed of 20 mm/min. The tensile strength and
Young’s modulus (E) of each film were measured.

2.5.7. Atomic Force Microscopy (AFM)

Morphological appearance of obtained films was evaluated by the atomic force microscopy (AFM)
technique, with MultiMode Nanoscope IIla Veeco Metrology Inc., Santa Barbara, CA, USA. Roughness
parameters such as the root mean square (Rq), arithmetic mean (Ra), and Rmax were calculated for 5 um
x 5 pm scanned area using NanoScope Analysis software, version—1.40, Bruker, Billerica, MA, USA.

2.5.8. Swelling Ability

The swelling ability (SA) was measured by the conventional gravimetric method [51]. The dry
sample was weighed and placed in 0.05 M PBS (pH 7.4) at room temperature. After the appropriate
incubation time, the films were removed from PBS, placed on absorbent paper, and the wet material
was weighted. The value was an average of three measurements. The swelling ability was assessed
according to the following Equation (2):

Wi

-Wy
A= —_4 5 100% (% 2
S X 00% (%) @)
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where W, and W, denote the weights of swollen and dry samples, respectively.

2.5.9. Toxicity Assessment

Toxicity of prepared materials was evaluated by applying the materials to Microtox® acute toxicity
test, the 81.9% Screening Test, which was performed using Microtox® M500 equipment (Modern Water,
Cambridge, UK) with a slight modification [52,53]. To evaluate the toxicities of the films precooled
diluent (supplied by the producer) was added to the cuvettes containing Aliivibrio fischeri bacteria
suspension, which was followed immediately by immersing of the film fragment. The decrease of cell
viability was measured with Microtox® M500 and Microtox Omni software (version—4.2, Modern Water,
Londyn, UK) based on the cell bioluminescence at 490 nm [54].

3. Results and Discussion

3.1. Synthesis of Dialdehyde Chitosan and Its Oxidation Degree

The method of oxidation of chitosan to its dialdehyde derivative was described and discussed in
the literature [44]. Usual methods of chitosan oxidation with sodium periodate yield a 49% content of
aldehyde groups after a 48 h reaction. Only Keshk et al. reported that the reaction of chitosan with
potassium periodate within 48 h led to the oxidized polysaccharide with 58.8% content of aldehyde
groups [45]. In this work, we decided to elaborate our previously reported method for the oxidation
of starch for dialdehyde chitosan synthesis [4,48]. In this method, reaction time was only 3 h. After
determining the number of aldehyde groups in the sugar unit for dialdehyde chitosan, the ratio of
reagents 1:1 was chosen (Table 1). As shown in Table 1 these conditions allowed obtaining chitosan
with the highest content of aldehyde groups—58%.

Table 1. Degree of oxidation of dialdehyde chitosan, where CS is chitosan, OA is an oxidation agent,
and ALD is the content of aldehyde groups.

Sample CS:0A ALD, %

DACS; 1:0.5 2
DACS, 1:0.7 29
DACS; 1:09 35
DACS, 1:1 58

The applied method compared to previous work describing DACS synthesis by Keshl et al. leads
to oxidized chitosan with the same oxidation degree after a 16-fold reduction of reaction time [45].
The scheme for the synthesis of dialdehyde chitosan is presented in Figure 2. It should be pointed
out that the reaction procedure and the work up are not demanding, as the dialdehyde product is
precipitating from the reaction mixture after the addition of acetone.

The adapted reaction is a one-step oxidation with sodium periodate as an oxidation agent.
The mechanism for periodate oxidation of chitosan was already reported by Keshk et al. (Figure 3) [45].
It factors in the ammonia formed during the reaction, which was detected and quantified. As a result
of this reaction, dialdehyde chitosan is obtained in the form of a light beige amorphous powder, which
is soluble in water.



Materials 2020, 13, 3413 6 of 27

acetone

dialdehyde chitosan
chitosan solution in (DACS)
1% acetic acid

OH o, o) OH
. Ow 0%"
HO
NH, oH HO= N
o=c_

CH;

ONa

ONa

Figure 3. Oxidation of chitosan to dialdehyde chitosan (DACS) with sodium periodate.

3.2. Characterization of Dialdehyde Chitosan

In order to define the structure, morphology and thermal stability of prepared dialdehyde
chitosan, standard techniques were applied: infrared spectroscopy, microscopic analysis, contact angle
measurements, thermal analysis, and X-ray diffraction (XRD).
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3.2.1. ATR-FTIR Spectroscopy

In the spectrum of unmodified chitosan, the characteristic absorption bands at 3355, 3289 cm™!
(attributed to O-H and N-H stretching vibrations), 2869 cm™! (CH stretching), 1651ecm™! (C=0
stretching of amide I), 1550 cm~! (N-H bending of amide II), 1151 cm~! (C-O-C stretching), and 1062,
1027 cm~! (C-O stretching) were observed (Figure 4a). The obtained spectrum is consistent with the
literature data [55,56].

After oxidation, a new band at 1722 cm~! representing the carbonyl stretching vibrations appeared
(Figure 4b). Additionally, a newly formed sharp band at 1630 cm™! derived from carbonyl group
confirmed oxidation of chitosan. The changes in the shape and intensity of the hydroxyl band
(3355 cm™!) can be explained by the opening of cyclic structure and oxidation of chitosan saccharide
units. Moreover, the intensity of absorption bands in DACS, attributed to pyranose rings, decrease
significantly. Considerable changes were also observed in the vibration range of the C-O-C groups
(1300-1400 cm™1), which proves the effective modification of glucoside rings caused by their opening
and oxidation in positions C2 and C3.
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Figure 4. Attenuated total reflectance Fourier transform infrared (ATR-FTIR) spectra of (a) chitosan
and (b) dialdehyde chitosan.

3.2.2. Scanning Electron Microscopy (SEM)

The morphology of unmodified CS and DACS was studied using scanning electron microscopy
(Figure 5). The SEM images of native chitosan powder exhibited loosely bound grains with irregular
and rough surfaces with the size ranging from 100 to 350 um [57]. After oxidation, the irregular
grains of chitosan disappeared and were transformed into rugged shapes with lots of needle forms.
The length of the needle forms was less than 100 um, and the average size of coarse shapes was between
300400 pm.

3.2.3. Contact Angle Measurement

The results of contact angle measurements obtained for the chitosan and dialdehyde chitosan films
are presented in Table 2. As can be seen, the contact angle for chitosan with the polar liquid (glycerin)
is higher than for the non-polar diiodomethane. This means that both samples are less wetted by the
polar glycerin. It is confirmed by higher (ys%) than the polar component (ysP). Therefore, the results
confirm the hydrophobic nature of the sample, which are comparable with literature reports [58].
Over two-times higher value of polar component indicate a greater polarity of DACS when compared
to the native polysaccharide. This may be because the aldehyde groups in the structure of the oxidized
chitosan align towards the surface of the polymer film, and therefore, dialdehyde chitosan is more
hydrophilic than unmodified chitosan. Similar conclusions were reported in the literature for oxidized
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cellulose [59]. This is especially beneficial for biomedical applications of this material and may result
in its easier penetration of biological membranes and better solubility in body fluids.

Figure 5. Scanning electron microscopy (SEM) pictures of (a,b) chitosan, and (c,d) dialdehyde chitosan
powder.

Table 2. Surface free energy (ys) and dispersive (vs9) and polar (ysP) components calculated for the
native and the dialdehyde chitosan.

Average Contact Angle (0, °)
Surface Free Energy (mJ/m?)

Sample Measuring Liquid
Glycerin  Diiodomethane Ys vsd YsP
Cs 82.0 56.0 30.70 27.46 3.23
DACS 70.0 51.8 35.10 27.26 7.84

3.2.4. Thermal Analysis

To determine the thermal properties of dialdehyde chitosan, a TGA-DTG (thermogravimetric
analysis—difference thermogravimetry) analysis was performed. Thermograms for chitosan and
dialdehyde chitosan are shown in Figure 6. For unmodified chitosan, the first step of degradation is
observed between 20 and 120 °C, with a 7% mass loss assigned to the evaporation of the adsorbed
water. The main decomposition stage is observed between 220 and 530 °C and is associated with the
62% mass loss corresponding to the thermal degradation of the chitosan polymer chain. The TG curve
of DACS also shows two degradation stages, which are consistent with the literature data [60]. These
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steps can be attributed to the same degradation processes as for pure chitosan. The temperature at
the maximum decomposition rate Tax = 281 °C in dialdehyde chitosan is slightly lower than for
unmodified chitosan (Tmax = 295 °C. This may be due to the fact that in the structure of chitosan
dialdehyde, the pyranose rings have already been opened by the oxidation reaction.
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Figure 6. The thermogravimetric analysis—difference thermogravimetry (TGA-DTG) curves of chitosan

and dialdehyde chitosan.

3.2.5. X-ray Diffraction (XRD)

The XRD patterns of chitosan and dialdehyde chitosan are shown in Figure 7. Chitosan is
a semi-crystalline polysaccharide with two main crystalline peaks at 20 = 10.3 and 20.1°, which
corresponds well with the literature reports [61,62]. In literature, Miller indices (hkl) of diffraction
peaks were (0 2 0) and (1 1 0), respectively [63]. Signals in this X-ray diffraction pattern are assigned to
crystalline form I and II, respectively. This is as a result of two inter- and intramolecular H-bonding
among the functional groups present on the saccharide units. However, the observed signals are very
wide, with a high broad halo indicating a relatively low degree of macromolecular ordering, which is
typical for natural polysaccharides. The disappearance of the signal at 26 about 20° in the XRD pattern
of DACS proves the complete disappearance of the crystalline phase characteristic for chitosan [44].
Many narrow intensive signals proving the presence of a crystalline product were observed in the
DACS diffractogram. It should be added that despite careful, repeated washing of the reaction product
(DAS), it is not possible to completely remove the excess NalO4 oxidant and probably its reduced
product (NalOj3), which tends to complexation of polysaccharide molecules. A similar situation was
noted in the case of dialdehyde starch obtained by the sodium periodate oxidation reaction. It is
expected that, when sodium periodate is used as an oxidizer to polysaccharides, a stable iodate complex
is formed with the dialdehyde product [48]. Strong interactions between the dialdehyde chitosan and
the oxidant (IO37) result in the formation of the complex and are present as signals in the diffractogram.
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Figure 7. The X-ray diffraction (XRD) patterns of chitosan (CS) and dialdehyde chitosan (DACS).
3.3. Formation of Chitosan Films by Cross-Linking with Various Cross-Linkers

As previously stated, the main purpose of this work was to obtain new materials based on chitosan
cross-linked with a dialdehyde derivative of this polysaccharide. Due to the fact that chitosan materials
are widely described and very widely studied, in particular in medical sciences, the obtained films
were compared with materials cross-linked with glutaraldehyde and dialdehyde starch. In order to
prepare film samples, the cross-linking agent was used in three different amounts based on the weight
of chitosan 5%, 10%, and 15% of the total.

Obtained materials were characterized in order to define the structure, morphology, thermal
stability, mechanical properties, degree of swell, and toxicity. All of the tested properties affect the
utility of the materials in biomedical applications. It is expected that the best material for these
functions will have adequate hydrophilicity, strength, and porosity, which will allow free transfer in
body fluids, interaction with biological membranes, and free growth of cells on the material surface.
Due to their intended use, it is also essential that the materials are not toxic.

3.3.1. ATR-FTIR Spectroscopy

The analysis of the shape and position of characteristic bands supplied information about molecular
structures and conformational changes that follow the cross-linking process. The ATR-FTIR spectra of
cross-linked chitosan materials are presented in Figure 8, and the data are collected in Table 3.

Table 3. The position of main bands (cm’1) in ATR-FTIR spectra of CS, CS-DACS, CS-DAS, and
CS-Glu films.

Sample -OH -NH C-H C=N -NH CN C-O =C-H

CSs 3342 3278 2877 1636 1578 1381 1064 -
CS-DACS 3335 3228 2876 1636 1552 1380 1062 776
CS-DAS 3345 3284 2867 @ 1637 1564 1379 1071 772

CS-Glu 3346 3284 2868 1636 1565 1379 1067 -
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Figure 8. ATR-FTIR spectra of chitosan films cross-linked by (a) dialdehyde starch (DAS), (b) dialdehyde
chitosan (DACS), and (c) glutaraldehyde (Glu).
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After chitosan cross-linking with DAS, DACS, or Glu, some changes in the position and shape
of the bands were observed in all spectra. Cross-linking of chitosan with dialdehyde compounds,
regardless of the cross-linking agent’s molecular weight, occurs by forming an imine bond (Schiff base
formation) between the cross-linker carbonyl group and the amino group of the chitosan. In all samples,
the band at 1636 cm™!, a characteristic absorption peak of imine groups, confirmed this reaction [64].
Moreover, in chitosan films cross-linked with macromolecular cross-linkers, DAS, and DACS, a new
band near 770 cm~! is observed. It may be assigned to the =C-H bond (aldehyde group of cross-linker
not linked to chitosan) deformation stretching vibrations.

To summarize, in all of the ATR-FTIR spectra of prepared materials, regardless of the cross-linking
agent and its ratio, there is explicit confirmation that the chemical cross-linking reaction with the
dialdehyde agent was successful.

3.3.2. Scanning Electron Microscopy (SEM)

Scanning electron microscopy was applied to determine the surface morphology of prepared
samples. Moreover, for better material characteristics of the obtained films, a cross-section was also
taken (Figures 9 and 10). The SEM images of all of the prepared samples are presented in Supplementary
Materials (Figures S1 and S2).

Almost in all cases, regardless of the cross-linking agent and the quantity used, a flat and smooth
film surface can be observed. This indicates that prepared chitosan films are homogeneous. Films
cross-linked with 10%, and 15% of dialdehyde starch are exceptions (Figure S1c,d). The surfaces of these
films are significantly more folded and contain numerous nodules compared with the surface of pure
chitosan and films with a different cross-linker and DAS in the amount of 5% by mass. The aggregates
may be larger to the gel formation caused by the higher cross-linker content, resulting in a more
significant surface heterogeneity. The analysis of a cross-section of all of the prepared cross-linked
chitosan materials indicated that the films are also homogeneous in bulk. This confirmed that the
process occurs in the whole material volume for all cross-linkers. Also, based on the selection of
materials, which are cross-linked with 10% and 15% addition of dialdehyde starch, it is known that
the heterogeneity applies only to the surface, whereas the material is homogeneous deeper under
the surface.

ure 'mag O 100 ym
3 Pa 1000 x| Pracownia Analiz Instrumentainych

Figure 9. SEM images of (a) chitosan surface and (b) cross-section of chitosan film.
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Figure 10. SEM images of chitosan films cross-linked by 5% (a) DACS, (c) DAS, and (e) Glu, and SEM
images of the cross-section of chitosan films cross-linked by 5% (b) DACS, (d) DAS, and (f) Glu.

3.3.3. Atomic Force Microscopy (AFM)

The surface roughness is of great importance in later material applications. The topography of
the surface of the prepared sample was evaluated by atomic force microscopy. One of the primary
advantages of rough materials for biomedical applications is the ability to increase the proliferation
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of connective tissue cells on their surface. Therefore, for applications, such as regenerative medicine
or tissue engineering, material roughness is a particularly desired feature. The images in 3D and 2D
scales are presented in Figures 11-13. As can be seen, the surface morphology of chitosan films without
cross-linking is significantly different from cross-linked materials. For pure chitosan, a relatively
smooth morphology was observed, which is mainly related to the physical properties of the chitosan
such as high intrinsic chain stiffness [65]. The surface of chitosan films cross-linked with dialdehyde

polysaccharides is rather rough; however, for CS-Glu, a significant decrease in roughness is observed
(Table 4).

Table 4. The roughness parameters (Rq, Ra, and Rmax) for chitosan (CS) film and chitosan cross-linked
by 5%, 10% and 15% adding of various cross-linkers (DACS, DAS and Glu).

Roughness Sample
Parameters (nm) CS CS-5DACS  CS-10DACS  CS-15DACS

Rq 9.24 21.9 20.3 5.57

Ra 7.49 17.0 15.4 4.38

Rmax 89.9 132.0 119.0 56.6
CS-5DAS CS-10DAS CS-15DAS

Rq - 13.7 16.1 27.4

Ra - 10.8 13.8 21.6

Rmax - 79.5 87.9 201.0
CS-5Glu CS-10Glu CS-15Glu

Rq - 9.4 5.75 2.69

Ra - 7.93 4.55 1.64

Rmax - 46.1 47.7 76.9

As can be seen from the data in Table 4, the material with the highest roughness is chitosan
cross-linked with 15% addition of dialdehyde starch. The Rpax value for this sample is more than
twice higher than for pure chitosan. A promising material due to surface roughness is also chitosan
cross-linked with 5 and 10% addition of dialdehyde chitosan with Rmax values of 132 and 119,
respectively. The roughness results obtained confirmed the observations from SEM.

Sl

1
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Figure 11. Atomic force microscopy (AFM) images of chitosan in (a) 2D scale and (b) 3D scale.
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Figure 12. AFM images in 2D scale of chitosan films cross-linked by (a) 5%, (b) 10%, (c) 15% DACS,
(d) 5%, (e) 10%, (f) 15% DAS, and (g) 5%, (h) 10%, (i) 15% Glu.

3.3.4. Contact Angle Measurement

In order to assess the hydrophilic-hydrophobic nature of the obtained materials, measurements of
contact angles using glycerin (polar) and diiodomethane (non-polar) were performed. The results of
these measurements, as well as the calculated value of surface free energy, the polar and dispersive
components, are presented in Table 5.
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Figure 13. AFM images in 3D scale of chitosan films cross-linked by (a) 5%, (b) 10%, (c) 15% DACS,
(d) 5%, (e) 10%, (f) 15% DAS, and (g) 5%, (h) 10%, (i) 15% Glu.

Table 5. The average contact angle for glycerin and diiodomethane, total surface free energy (ys),
its dispersive (vs), and polar (ysP) components calculated for films of chitosan (CS) and chitosan
cross-linked by 5%, 10% and 15% adding of various cross-linkers (DACS, DAS and Glu).

Average Contact Angle (6, °) Surface Free Energy
Sample Measuring Liquid (mJ/m?)

Glycerin Diiodomethane Vs vsd vsP

CSs 82.0 56.0 30.70 27.46 3.23
CS-5%DACS 76.1 67.8 2731 1859 873
CS-10%DACS 76.0 739 25.72 14.98 10.74
CS-15%DACS 69.3 67.7 30.37 17.33 13.04
CS-5%DAS 80.6 70.0 25.00 18.50 6.84
CS-10%DAS 81.4 64.9 26.70 21.51 5.20
CS-15%DAS 78.3 72.0 25.20 16.50 8.70
CS5-5%Glu 72.5 70.3 28.21 16.41 11.80
CS-10%Glu 65.3 67.6 32.51 16.67 15.86

C5-15%Glu 53.7 67.6 39.78 14.78 25.00




Materials 2020, 13, 3413 17 of 27

All the values of glycerin average contact angle were less than 90°, which proves that the materials
are rather hydrophilic. Moreover, it is worth noting that all of the cross-linked material surfaces are
characterized by better wettability by glycerol than non cross-linked chitosan (Table 5). Pure chitosan
has a free surface energy of about 30.70 mJ/m? [66]. As shown in Table 5, the values of polar and
dispersive components of surface free energy depend on the type of used cross-linker. Chitosan films
cross-linked by DAS and DACS were characterized by slightly lower values of surface free energy
than the pure chitosan. However, after comparing the surface energy components, it is seen that the
share of the polar component is much higher than in the case of pure chitosan and increases with the
addition of a cross-linking agent. A comparison of the value of this component and glycerin contact
angle shows that cross-linked chitosan films are more polar than pure chitosan and their hydrophilicity
increases with the increasing cross-linking agent ratio.

The results obtained for films cross-linked with 10% and 15% of glutaraldehyde are surprising.
Both the value of glycerin contact angle and the polar free surface energy component indicate the
highest hydrophilic nature of these materials. This is probably related to the fact that it has a low
molecular weight compared to polysaccharide cross-linking agents. For molecules with a lower mass,
the proportion of the hydrophobic fragment of the structure is smaller. Also, they can more easily
“accumulate” at the surface of the material, resulting in increased interaction of functional groups with
the solvent.

Based on the results obtained, it can be concluded that all the obtained materials meet the
expectations for potential biomedical applications. The values of contact angle and surface free energy
polar component allow stating that these materials are promising for such applications.

3.3.5. Thermal Analysis

For a better characterization of the materials, thermal analysis of the obtained films was performed.
The results of the thermogravimetric analysis of chitosan and chitosan cross-linked films are presented
in Figure 14 and Table 6.

—cs — CS-5%DACS
a

@ (b) \ — CS-10%DACS
= CS5-15%DACS]

1004 e

804

&

Weight (%)
— ==~ Deriv. Weight (%/min)

804

~©
—— Weight (%)

~ =~ - Deriv. Weight (%/min)

204

°

W—‘“%
100 200 300 450 500 0° 100 200 30 40 b0 600
Temperature (*C) Universal V.58 7A nstruments Tomperature (°C) [ —
— CS-5%DAS — (5-5%Glu
(c) — S-10° 5 (d) "
CS-10%DAS = CS5-10%Glu
= CS-15%DAS — C5-15%Glu

—— Weight (%)
~ ———Defiv. Weight (%imin)
—— Weight (%)

~ ==~ Deriv. Weight (%imin)

100 200 D 400 500 800
Temperature (°C) Univess ¥ SA TA st nrer Temperatura (°C) Uil V4 SATA Instrameri

Figure 14. The TGA-DTG curves of (a) chitosan, chitosan cross-linked by various amounts of (b) DACS,
(c) DAS, and (d) Glu.
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Table 6. Thermal parameters of pure chitosan (CS), dialdehyde chitosan (DACS), dialdehyde starch
(DAS), and chitosan films cross-linked by 5%, 10% and 15% adding of various cross-linkers. (TGA-DTG
analysis in nitrogen atmosphere).

First Stage Second Stage Third Stage .
Sample Residue
p Tmax Am To Tmax Am To Tmax Am 600 °C, (%)
O (B €O (O () €O CO (W
CS 28’ 8 - - - 145 286 51 40
DACS 52 11 - - - 160 281 45 41
DAS 72 10 - - - 178 292 70 20
CS-5%DACS 53 13 - - - 175 278 49 37
CS-10%DACS 56 12 126 148 3 175 285 46 39
CS-15%DACS 51 10 127 149 5 169 275 44 40
CS-5%DAS 47 13 120 145 - 180 279 47 39
CS-10%DAS 65 10 117 148 4 174 264 44 42
CS-15%DAS 52 9 113 149 5 173 269 45 40
CS-5%Glu * 13 - - - 164 278 47 39
CS-10%Glu 54 12 - - - 140 261 51 36
CS-15%Glu 54 14 - - - 146 257 52 34

* No maximum on DTG; mass decreases gradually.

As can be seen on the thermogravimetric curves and based on the data collected in Table 6,
pure chitosan film exhibits two thermal degradation stages [67-69]. The first stage (between 29 °C and
140 °C) is characterized by approximately 8% loss of the initial weight, and is related to the evaporation
of water. The intensive decomposition of chitosan takes place in the second stage, in the temperature
range of 180-420 °C, with 51% weight loss. This probably results from the detachment of side hydroxyl
groups, main chain scission, and pyranose ring-opening reactions.

In thermograms of chitosan films cross-linked with DACS and DAS three degradation steps
were observed. The exception is the sample CS-5% DACS, where only two stages of decomposition
can be found, similar to pure chitosan film. It is probably the result of the similarity of polymer
chain structures of chitosan and cross-linker. For materials cross-linked with low molecular weight
glutaraldehyde, two decomposition steps were also observed.

The first decomposition stage, for all cross-linked films, ranges between 50 and 120 °C and shows
about 9-14% loss in weight, due to the loss of bounded and adsorbed water similar to unmodified
polysaccharide. The next step of thermal degradation of all cross-linked materials is the intensive
destruction, which takes place in the temperature range between 170 and 350 °C and shows about 50%
loss in weight due to the degradation of the chitosan chain. As mentioned, for samples cross-linked
with glutaraldehyde, only two degradation stages were observed. These stages can be attributed
to the same degradation processes as for pure chitosan film. The degradation of the low molecular
weight cross-linker occurs in the first stage at a temperature between 20 and 100 °C. The weight loss
corresponding to these temperatures is slightly higher than for other materials.

As mentioned, in the case of films cross-linked with dialdehyde polysaccharides, there is an
additional stage of decomposition in the temperature range between 120 and 180 °C. The weight loss
at this stage is small, at the level of 3-5%, which may indicate that this stage consists in breaking the
cross-linking of chitosan films. This step does not appear in the case of material cross-linked with 5%
addition of dialdehyde starch. The residue at 600 °C is comparable for all materials.

3.3.6. Mechanical Properties

The mechanical properties of polymer materials indicate their strength and applicability in
conditions where they are subjected to mechanical forces. Parameters describing these properties for
the materials are tensile strength, Young’s modulus, and elongation at break which are presented in
Figures 15-17 for all of the prepared samples.
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Figure 15. Tensile strength of pure chitosan (CS) and chitosan cross-linked by 5%, 10% and 15% adding
of various cross-linkers (DACS, DAS and Glu).
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Figure 16. Young’s modulus of pure chitosan (CS) and chitosan cross-linked by 5%, 10% and 15%
adding of various cross-linkers (DACS, DAS and Glu).
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Figure 17. Elongation at break of of pure chitosan (CS) and chitosan cross-linked by 5%, 10% and 15%
adding of various cross-linkers (DACS, DAS and Glu).

The value of tensile strength for CS sample was about 3 MPa. After cross-linking with an
addition of 5% of different cross-linkers, the tensile strength value is practically the same as for pure
chitosan. However, tensile strength increases with rising rates of cross-linking agents for chitosan
films cross-linked with dialdehyde polysaccharides. The most significant difference in this parameter
was observed for CS-15%DACS sample, where the tensile strength increased to 9.43 MPa, which is
3.5 times more than for pure chitosan. An almost two-fold increase in strength value in comparison to
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pure chitosan was also observed for CS-10%DAS and 15%DAS films. The tensile strength of materials
cross-linked with low molecular weight glutaraldehyde shows the opposite trend. This fact is in
agreement with the literature data, where the increase of the glutaraldehyde corresponds to the decrease
of this parameter up to the value almost two times lower than observed for non-cross-linked chitosan
films [70]. Based on the comparison of stress at the break of the prepared materials, it can be concluded
that the creation of a new cross-linking network between chitosan and dialdehyde polysaccharides
leads to the improvement of mechanical properties [41,71].

Young’s modulus value for pure chitosan film is about 75 MPa, and it is almost the same as for films
of chitosan cross-linked with 5% addition of DACS and Glu. For the sample cross-linked with 5% of DAS,
the Young’s modulus value is about 125 MPa. In the case of samples cross-linked with glutaraldehyde,
no significant changes in the value of the Young modulus are observed with increasing amounts of
cross-linking agent. For samples cross-linked with dialdehyde polysaccharides DACS and DAS, along
with the increase in the amount of cross-linking agent, an approximately two-fold increase in the Young's
modulus is observed. The highest value of the Young’s modulus is observed for the material cross-linked
with a 15% addition of dialdehyde chitosan (3.5 times higher than for pure chitosan).

Elongation at break is an important feature for materials in terms of applications. This parameter
is a measure of the tensile ability of a film before break. The percentage value of elongation at
break was calculated from the elongation in length and the original length of the films. For pure CS
sample it was about 3.35%. In the case of materials cross-linked with dialdehyde chitosan, the percent
elongation increases with increasing amount of cross-linking agent. The elongation at break of samples
cross-linked with low molecular weight glutaraldehyde shows the opposite trend. The smallest value of
the elongation at break is observed for the material cross-linked with a 15% addition of glutaraldehyde
(2 times smaller than for pure chitosan).

3.3.7. Swelling Ability

The swelling process depends on the structure of the polymer and the type of solvent. Swelling
is essential if we consider the suitability of the material for the preparation of e.g., hydrogels, which
is significant for biomedical applications. Cross-linked polymers swell in a limited way because the
solvation energy is not large enough to break the newly formed cross-linking (covalent) bonds between
the polymer chains, contrary to unmodified linear chitosan. The wettability promotes swelling of the
polymer sample because the interactions between macromolecules and solvent molecules facilitate
their diffusion into the interior.

Chitosan has various functional groups in the structure and is rather easily wetted by polar
solvents [72,73], which confirms the value of glycerin contact angle. The swelling behavior of chitosan
and chitosan films cross-linked by various cross-linkers measured in PBS (phosphate buffer solution) is
shown in Figure 18.

As presented, pure chitosan after the first hour of immersion in PBS has a swelling degree value
of 153%. However, this swelling ratio is two times lower than for chitosan films cross-linked with
dialdehyde polysaccharides after the same period. The lowest degree of swelling after one hour is
observed for materials cross-linked with glutaraldehyde. It can also be seen that as the glutaraldehyde
content increases, which is associated with a higher degree of cross-linking, the swelling capacity
slightly decreases. Also, it can be seen that for these samples, the degree of swelling decreases with
the immersion time. This may further indicate that the samples decompose in the PBS starting from
the third immersion hour. DACS and DAS cross-linked films show similar swelling, but the most
promising are samples cross-linked with 10% and 15% addition of dialdehyde chitosan—even after
25 h, the samples still show a slight increase in swelling, which means that they did not undergo
degradation in the buffer. It is very constructive for medical applications and shows that these materials
can be successfully used, for example, for the production of hydrogel bandages.
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Figure 18. The swelling degree of (a) chitosan (CS), chitosan films cross-linked with 5%, 10% and 15%
(b) dialdehyde chitosan (DACS), (c) dialdehyde starch (DAS), and (d) glutaraldehyde (Glu).

3.3.8. Microtox® Toxicity Study

The Microtox® toxicity test is based on the measurement of the bioluminescence of the
Gram-negative A. fischeri bacteria, which is correlated to the bacterial metabolism and cell viability [52].
The toxicity of pure chitosan (CS) suspension was also tested. The obtained values of a percentage
reduction in the survival of A. fischeri bacteria are shown in Figure 19.

For pure chitosan, the cell viability decrease of A. fischeri cells was equal to 61%. Such high
value is most probably caused by the antibacterial activity of this biopolymer [64,74], as the material
itself is non-toxic [75]. Survival decreases for chitosan films cross-linked by DACS were about 20%
lower than for pure chitosan film when DACS was used in 5% or 10% concentration. The decrease
of cell viability could be correlated with the increase of the DACS content, as 15% of DACS in the
films resulted in 53% cell viability, which was still less toxic than CS. A different relationship was
observed for chitosan films cross-linked with DAS. The observed decrease in cell viabilities was not
influenced by the concentration of DAS (57%, 58% and 58% cell viability decrease for 5%, 10%, and 15%
DAS concentration, respectively). Additionally, it seems that cross-linking with DAS had almost no
effect on the toxicity of the chitosan films. However, the use of glutaraldehyde as the cross-linking
agent caused a reduction in viability at higher concentrations (24% cell viability for 15% Glu content),
which may be related to the toxicity of glutaraldehyde [76]. The Microtox® 81.9% toxicity test has
also recently been used in similar study by Sharma et al. [77]. They researched the cell toxicity of the
chitosan-based nanohydrogel nanocomposite, fabricated by facile sol-gel polymerization technique,
chitosan-cl-poly(AAc)/ZrPOy. The acute toxicity (ECsg) values of chitosan-cl-poly(AAc)/ZrPOy at
257 and 121 mg/mL towards A. fischeri after 15 and 30 min of incubation indicated that the material
obtained is non-toxic and has a biocompatible nature.



Materials 2020, 13, 3413 22 of 27

100

s 5% m10%  m15%
s 90
<
@ 80
o
< 70
2 60
550
5 a0
g 30
§ 20
& 10
< g |
CS DACS DAS Glu

Figure 19. A. fischeri cell viability decreases upon exposition to chitosan-based films. CS—non-cross-
linked chitosan, DACS—chitosan films cross-linked with dialdehyde chitosan, DAS—chitosan films
cross-linked with diacetyl starch, and Glu—chitosan films cross-linked with glutaraldehyde. The colors
represent the content of the cross-linking agent (5%, 10%, 15%) in the film.

In order to understand the results obtained, it is necessary to analyze them in context of chitosan’s
antimicrobial activity. The antimicrobial properties of chitosan and its mode of action were broadly
reviewed by Kong et al. [78]. Its antimicrobial action is affected by four factors. The first factor is
microbial and is related to microorganism and cell age. The second one is intrinsic and is bound
to chitosan’s positive charge, molecular weight, concentration, and chelating properties, whereas
the third one is physical and is related to its water-solubility and solid state. The final factor,
the environmental one, involves the ionic strength in medium, pH, temperature, and time of reaction
of this biomolecule. Noteworthy, antimicrobial chitosan activities create further possibilities to use
this material in various physical forms, e.g., films, fibers, beads, hydrogels in the food, medical and
textile industries. Such antimicrobial polymers can be applied as packaging materials, wound-dressing
materials, edible films and coatings and wrapping materials, as well as in tissue engineering and drug
delivery. The antimicrobial activity of chitosan, its derivatives and composites against Gram-positive
and Gram-negative bacteria has been demonstrated in many studies [79-82]. It was found that the
outer barrier present in Gram-negative bacteria makes these species very susceptible to chitosan [83-85].
Moreover, it was also noted that chitosan can pass the cell membrane of Gram-negative bacteria, which
could further trigger intracellular responses and its interference with DNA and RNA synthesis [86-88].
The morphology of solid chitosan and its derivatives strongly influence its antimicrobial activity which
was presented by Takahashia et al. for the powdered chitosan membranes in their action against
Staphylococcus aureus [89]. In addition, differences in antimicrobial action of chitosan hydrogels towards
Escherichia coli and S. aureus bacteria were observed depending on the immobilization of this material
on the surface of composites [90]. Generally, it was presented in many studies that the chitosan’s
molecular weight influences biological activity and that chitosan films with higher molecular weights
presented no antimicrobial activity [88,91].

In many studies chitosan as a biopolymer was found to be relatively safe and non-toxic towards
mammalian cells. The results obtained are a good introduction for further research of chitosan
and its derivatives after the treatment with the natural cross-linking agents, as well as prospective
biomedical applications.

4. Conclusions

In summary, dialdehyde chitosan was obtained by one step and a quick reaction with sodium
periodate. The content of carbonyl groups was dependent on the amount of oxidant used for the
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reaction. The oxidation of chitosan to dialdehyde polysaccharide was confirmed with ATR-FTIR,
SEM images and XRD analysis. The strong interactions between the dialdehyde chitosan and the
residue of oxidant (I037) as the complex formation was observed to be similar to starch oxidation by
this same method.

The ability of the dialdehyde chitosan obtained to chitosan film cross-link was evaluated and
compared with chitosan films cross-linked with dialdehyde starch and glutaraldehyde with cross-linker
addition of 5%, 10%, and 15 %. All of the prepared chitosan films are homogeneous except materials
cross-linked with 10% and 15% of dialdehyde starch. However, all of materials were homogeneous
in depth as confirmed on the cross-section. The surface of all materials was rough. The highest
roughness was observed for chitosan cross-linked with 15% addition of dialdehyde starch and 5 and
10% addition of dialdehyde chitosan. The Rpax value for this samples were more than twice higher than
for pure chitosan. The values of contact angle and surface free energy polar component for prepared
chitosan films allow to state that due to the nature of the surface, chitosan materials cross-linked with
dialdehyde chitosan are promising for biomedical applications. Moreover, modification of chitosan
tilms with dialdehyde polysaccharides results in high swelling ability, probably due to the polar nature
of DAS and DACS while the samples cross-linked with glutaraldehyde were degraded in the PBS
solution. Based on the comparison of stress at the break of the prepared materials, it can be concluded
that creation of new cross-linking network between chitosan and dialdehyde chitosan leads to better
mechanical properties than for materials cross-linked with glutaraldehyde.

Microtox® toxicity studies of the obtained materials compared to pure chitosan have shown
that the lowest toxicity effect is characteristic for materials obtained by cross-linking chitosan with
DACS. These results together with good swelling, mechanical and thermal strength results as well as
surface morphology make dialdehyde chitosan a very promising material as a cross-linking agent for
biomacromolecules in biomedical applications.

Supplementary Materials: The following are available online at http://www.mdpi.com/1996-1944/13/15/3413/s1,
Figure S1: SEM images of chitosan films cross-linked by (a) 10%, (b) 15% DACS, (c) 10%, (d) 15% DAS, and (e)
10%, (f) 15% Glu, Figure S2: SEM images of the cross-section of chitosan films cross-linked by (a) 10%, (b) 15%
DACS, (c) 10%, (d) 15% DAS, and (e) 10%, (f) 15% Glu.

Author Contributions: Conceptualization, M.Z.-B.; methodology, M.Z.-B., KW.-D. and D.T.M.; formal analysis,
KW.-D.,, D.TM., D.C.-D. and PG,; investigation: M.Z.-B.,, KW.-D., D.TM., D.C.-D., PG, T.G. and HK;;
data curation, KW.-D., P.G. and D.T.M.; writing—original draft preparation, M.Z.-B. and K.W.-D.; writing—review
and editing, M.Z.-B., HK. and T.G.; funding acquisition, K.W.-D.; supervision, M.Z.-B. All authors have read and
agreed to the published version of the manuscript.

Funding: This research was funded by the National Science Centre Poland grant 2016/23/N/ST8/00211.
All publication costs in Materials were supported by 2016/23/N/ST8/00211 grant.

Acknowledgments: Grateful acknowledgment for the SORIMEX company from Torun for the possibility of
mechanical testing of the obtained films.

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

References

1.  Muhamad, L.I; Asmak, N.; Lazim, M.; Selvakumaran, S. Natural polysaccharide-based composites for drug
delivery and biomedical applications. In Natural Polysaccharides in Drug Delivery and Biomedical Applications,
1st ed.; Hasnain, M.S., Nayak, A.K., Eds.; Academic Press: Cambridge, MA, USA, 2019; pp. 419-440.

2. Nady, N.; Kandil, S.H. Novel blend for producing porous chitosan-based films suitable for biomedical
applications. Membranes 2018, 8, 2. [CrossRef]

3.  Ziegler-Borowska, M.; Mylkie, K.; Kozlowska, M.; Nowak, P.; Chelminiak-Dudkiewicz, D.; Kozakiewicz, A.;
Ilnicka, A.; Kaczmarek-Kedziera, A. Effect of geometrical structure, drying, and synthetic method on
aminated chitosan-coated magnetic nanoparticles utility for HSA effective immobilization. Molecules 2019,
24,1925. [CrossRef] [PubMed]

4. Ziegler-Borowska, M. Magnetic nanoparticles coated with aminated starch for HSA immobilization—Simple
and fast polymer surface functionalization. Int. ]. Biol. Macromol. 2019, 136, 106-114. [CrossRef] [PubMed]


http://www.mdpi.com/1996-1944/13/15/3413/s1
http://dx.doi.org/10.3390/membranes8010002
http://dx.doi.org/10.3390/molecules24101925
http://www.ncbi.nlm.nih.gov/pubmed/31109114
http://dx.doi.org/10.1016/j.ijbiomac.2019.06.044
http://www.ncbi.nlm.nih.gov/pubmed/31185240

Materials 2020, 13, 3413 24 of 27

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Chetouania, A.; Follainb, N.; Marais, S.; Rihouey, C.; Elkolli, M.; Bounekhel, M.; Benachour, D.; Cerf, D.L.
Physicochemical properties and biological activities of novel blend films using oxidized pectin/chitosan.
Int. ]. Biol. Macromol. 2017, 97, 348-356. [CrossRef] [PubMed]

Jiang, X.; Yang, Z.; Peng, Y.; Han, B.; Li, Z,; Li, X.; Liu, W. Preparation, characterization and feasibility study
of dialdehyde carboxymethyl cellulose as a novel cross-linking reagent. Carbohydr. Polym. 2016, 137, 632-641.
[CrossRef] [PubMed]

Di Filippo, M.E,; Panzavolta, S.; Albertini, B.; Bonvicini, F; Gentilomi, G.; Orlacchio, R.; Passerini, N.; Bigi, A.;
Dolci, L.S. Functional properties of chitosan films modified by snail mucus extract. Int. J. Biol. Macromol.
2020, 143, 126-135. [CrossRef]

Qin, Y,; Li, P. Antimicrobial chitosan conjugates: Current synthetic strategies and potential applications.
Int. J. Mol. Sci. 2020, 21, 499. [CrossRef]

Xin, Y;; Zhao, H.; Xu, J.; Xie, Z.; Li, G.; Gan, Z.; Wang, X. Borneol-modified chitosan: Antimicrobial adhesion
properties and application in skin flora protection. Carbohydr. Polym. 2020, 228, 115378. [CrossRef]
Nataraj, D.; Sakkara, S.; Meghwal, M.; Reddy, N. Chitin and chitosan: Properties and applications. Int. J.
Biol. Macromol. 2018, 120, 1256-1264. [CrossRef]

Hamed, A.A.; Abdelhamid, I.A.; Saad, G.R; Elkady, N.A.; Elsabee, M.Z. Synthesis, characterization and
antimicrobial activity of a novel chitosan schiff bases based on heterocyclic moieties. Int. J. Biol. Macromol.
2020, 153, 492-501. [CrossRef]

Rinaudo, M. Chitin and chitosan: Properties and applications. Prog. Polym. Sci. 2006, 31, 603-632. [CrossRef]
Ahmed, T.A.; Aljaeid, B.M. Preparation, characterization, and potential application of chitosan, chitosan
derivatives, and chitosan metal nanoparticles in pharmaceutical drug delivery. Drug Des. Dev. Ther. 2016, 10,
483-507. [CrossRef] [PubMed]

Uddin, M.S,; Ju, J. Effect of cross-linking agents on drug distribution in chitosan hydrogel for targeted drug
delivery to treat cancer. J. Polym. Res. 2020, 27, 1-10. [CrossRef]

Li, P; Zhao, J.; Chen, Y.; Cheng, B.; Yu, Z.; Zhao, Y; Yan, X,; Tong, Z.; Jin, S. Preparation and characterization
of chitosan physical hydrogels with enhanced mechanical and antibacterial properties. Carbohydr. Polym.
2016, 157, 1383-1392. [CrossRef]

Nesovi¢, K.; Jankovi¢, A.; Radeti¢, T.; Peri¢-Gruji¢, A.; Vukasinovié-Sekuli¢, M.; Koji¢, V.; 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]

Pandey, A.R.; Singh, U.S.; Momin, M.; Bhavsar, C. Chitosan: Application in tissue engineering and skin
grafting. J. Polym. Res. 2017, 24, 125. [CrossRef]

Perez-Puyana, V.; Rubio-Valle, ].F.; Jiménez-Rosado, M.; Guerrero, A.; Romero, A. Chitosan as a potential
alternative to collagen for the development of genipin-crosslinked scaffolds. React. Funct. Polym. 2020, 146,
104414. [CrossRef]

Ahmed, S.; Ikram, S. Chitosan based scaffolds and their applications in wound healing. Achiev. Life Sci. 2016,
10, 27-37. [CrossRef]

Pinto, R.V.; Gomes, P.S.; Fernandes, M.H.; Costa, M.E.V.; Almeida, M.M. Glutaraldehyde-crosslinking
chitosan scaffolds reinforced with calcium phosphate spray-dried granules for bone tissue applications.
Mater. Sci. Eng. C 2020, 109, 110557. [CrossRef]

Kanauchi, O.; Deuchi, K.; Imasato, Y.; Shizukuishi, M.; Kobayashi, E. Mechanism for the inhibition of fat
digestion by chitosan and for the synergistic effect of ascorbate. Biosci. Biotechnol. Biochem. 1995, 59, 786-790.
[CrossRef]

Shahidi, F.; Arachchi, ].K.V.; Jeon, Y.-J. Food applications of chitin and chitosans. Trends Food Sci. Technol.
1999, 10, 37-51. [CrossRef]

Milewska, A.; Chi, Y.; Szczepanski, A.; Barreto-Duran, E.; Liu, K; Liu, D.; Guo, X.; Ge, Y,; Li, J.; Cui, L.; et al.
HTCC as a highly effective polymeric inhibitor of SARS-CoV-2 and MERS-CoV. BioRxiv 2020. [CrossRef]
Zhao, D.; Yu, S.; Sun, B.; Gao, S.; Guo, S.; Zhao, K. Biomedical applications of chitosan and its derivative
nanoparticles. Polymers 2018, 10, 462. [CrossRef]

Pella, C.G.M.; Lima-Tenoério, K.M.; Tenorio-Neto, T.E.; Guilherme, R.M.; Muniz, C.E.; Rubira, F.A. Chitosan-
based hydrogels: From preparation to biomedical applications. Carbohydr. Polym. 2018, 196, 233-245.
Mahdavinia, G.R.; Pourjavadi, A.; Zohuriaan-Mehr, M.]. Synthesis and properties of highly swelling PAAm/
chitosan semi-IPN hydrogels. Macromol. Symp. 2008, 274, 171-176. [CrossRef]


http://dx.doi.org/10.1016/j.ijbiomac.2017.01.018
http://www.ncbi.nlm.nih.gov/pubmed/28065750
http://dx.doi.org/10.1016/j.carbpol.2015.10.078
http://www.ncbi.nlm.nih.gov/pubmed/26686173
http://dx.doi.org/10.1016/j.ijbiomac.2019.11.230
http://dx.doi.org/10.3390/ijms21020499
http://dx.doi.org/10.1016/j.carbpol.2019.115378
http://dx.doi.org/10.1016/j.ijbiomac.2018.08.187
http://dx.doi.org/10.1016/j.ijbiomac.2020.02.302
http://dx.doi.org/10.1016/j.progpolymsci.2006.06.001
http://dx.doi.org/10.2147/DDDT.S99651
http://www.ncbi.nlm.nih.gov/pubmed/26869768
http://dx.doi.org/10.1007/s10965-020-02059-8
http://dx.doi.org/10.1016/j.carbpol.2016.11.016
http://dx.doi.org/10.1016/j.eurpolymj.2019.109257
http://dx.doi.org/10.1007/s10965-017-1286-4
http://dx.doi.org/10.1016/j.reactfunctpolym.2019.104414
http://dx.doi.org/10.1016/j.als.2016.04.001
http://dx.doi.org/10.1016/j.msec.2019.110557
http://dx.doi.org/10.1271/bbb.59.786
http://dx.doi.org/10.1016/S0924-2244(99)00017-5
http://dx.doi.org/10.1101/2020.03.29.014183
http://dx.doi.org/10.3390/polym10040462
http://dx.doi.org/10.1002/masy.200851423

Materials 2020, 13, 3413 25 of 27

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

Zhang, W.; Yu, Z; Qian, Q.; Zhang, Z.; Wang, X. Improving the pervaporation performance of the
glutaraldehyde cross-linked chitosan membrane by simultaneously changing its surface and bulk structure.
J. Membr. Sci. 2010, 348, 213-223. [CrossRef]

Wei, Y.C.; Hudson, S.M.; Mayer, ].M.; Kaplan, D.L. The cross-linking of chitosan fibers. J. Polym. Sci. Part A
Polym. Chem. 1992, 30, 2187-2193. [CrossRef]

Nakatsuka, S.; Andrady, A.L. Permeability of vitamin B-12 in chitosan membranes. Effect of cross-linking
and blending with poly(vinyl alcohol) on permeability. J. Appl. Polym. Sci. 1992, 44, 17-28. [CrossRef]

De Angelis, A.A.; Capitani, D.; Crescenzi, V. Synthesis and 13C CP-MAS NMR characterization of a new
chitosan-based polymeric network. Macromolecules 1998, 31, 1595-1601. [CrossRef]

Julkapli, N.M.; Ahmad, Z.; Akil, HM. Preparation and characterization of 1,2,4,5-benzenetetra carboxylic-
chitosan. e-Polymers 2010, 10, 77. [CrossRef]

Jin, J.; Song, M.; Hourston, D.J. Novel chitosan-based films cross-linked by genipin with improved physical
properties. Biomacromolecules 2004, 5, 162-168. [CrossRef] [PubMed]

Kuboe, Y.; Tonegawa, H.; Ohkawa, K.; Yamamoto, H. Quinone cross-linked polysaccharide hybrid fiber.
Biomacromolecules 2004, 5, 348-357. [CrossRef] [PubMed]

Welsh, E.R.; Schauer, C.L.; Qadri, S.B.; Price, R.R. Chitosan cross-linking with a water-soluble, blocked
diisocyanate. 1. solid state. Biomacromolecules 2002, 3, 1370-1374. [CrossRef] [PubMed]

Lin-Gibson, S.; Walls, H.]J.; Kennedy, S.B.; Welsh, E.R. Reaction kinetics and gel properties of blocked
diisocyinate cross-linked chitosan hydrogels. Carbohydr. Polym. 2003, 54, 193-199. [CrossRef]

Ganguly, K.; Kulkarni, A.R.; Aminabhavi, T.M. In vitro cytotoxicity and in vivo efficacy of 5-fluorouracil-
loaded enteric-coated PEG-cross-linked chitosan microspheres in colorectal cancer therapy in rats. Drug Deliv.
2016, 23, 2838-2851. [CrossRef] [PubMed]

Kulkarni, A.R.; Hukkeri, V.I; Sung, H.-W.; Liang, H.-F. A novel method for the synthesis of the peg-crosslinked
chitosan with a ph-independent swelling behavior. Macromol. Biosci. 2005, 5, 925-928. [CrossRef]

Schmidt, C.E.; Baier, ].M. Acellular vascular tissues: Natural biomaterials for tissue repair and tissue
engineering. Biomaterials 2000, 21, 2215-2231. [CrossRef]

Miinster, L.; Capakova, Z.; Fisera, M.; Kufitka, I.; Vicha, L. Biocompatible dialdehyde cellulose/poly(vinyl
alcohol) hydrogels with tunable properties. Carbohydr. Polym. 2019, 218, 333-342. [CrossRef]

Hafezi, F,; Scoutaris, N.; Douroumis, D.; Boateng, J. 3D printed chitosan dressing cross-linked with genipin
for potential healing of chronic wounds. Int. J. Pharm. 2019, 560, 406—415. [CrossRef]
Skopinska-Wisniewska, J.; Wegrzynowska-Drzymalska, K.; Bajek, A.; Maj, M.; Sionkowska, A. Is dialdehyde
starch a valuable cross-linking agent for collagen/elastin based materials? J. Mater. Sci. Mater. Med. 2016, 27,
67. [CrossRef]

Kamoun, K.A. N-Succinyl chitosan-dialdehyde starch hybrid hydrogels for biomedical applications.
J. Adv. Res. 2015, 7, 69-77. [CrossRef] [PubMed]

Wang, X.; Gu, Z; Qin, H.; Li, L.; Yang, X. Crosslinking effect of dialdehyde starch (DAS) on decellularized
porcine aortas for tissue engineering. Int. J. Biol. Macromol. 2015, 79, 813-821. [CrossRef] [PubMed]

Lv,Y,; Long, Z.; Song, C.; Dai, L.; He, H.; Wang, P. Preparation of dialdehyde chitosan and its application in
green synthesis of silver nanoparticles. Bioresources 2013, 8, 6161-6172. [CrossRef]

Keshk, SM.AS,; Ramadan, A.M.; Al-Sehemi, A.G.; Irfan, A.; Bondock, S. An unexpected reactivity during
periodate oxidation of chitosan and the affinity of its 2,3-di-aldehyde toward sulfa drugs. Carbohydr. Polym.
2017, 175, 565-574. [CrossRef] [PubMed]

Liu, X.; Dan, N.; Dan, W.; Gong, J. Feasibility study of the natural derived chitosan dialdehyde for chemical
modification of collagen. Int. |. Biol. Macromol. 2016, 82, 989-997. [CrossRef]

Bam, P; Bhatta, A.; Krishnamoorthy, G. Design of biostable scaffold based on collagen cross-linked by
dialdehyde chitosan with presence of gallic acid. Int. ]. Biol. Macromol. 2019, 130, 836-844. [CrossRef]
Ziegler-Borowska, M.; Wegrzynowska-Drzymalska, K.; Chelminiak-Dudkiewicz, D.; Kowalonek, J.;
Kaczmarek, H. Photochemical reactions in dialdehyde starch. Molecules 2018, 23, 3358. [CrossRef]

Lu, W,; Shen, Y.; Xie, A.; Zhang, W. Preparation and protein immobilization of magnetic dialdehyde starch
nanoparticles. J. Phys. Chem. B 2013, 117, 3720-3725. [CrossRef]

Owens, D.; Wendt, R. Estimation of the surface free energy of polymers. J. Appl. Polym. Sci. 1969, 13,
1741-1747. [CrossRef]


http://dx.doi.org/10.1016/j.memsci.2009.11.003
http://dx.doi.org/10.1002/pola.1992.080301013
http://dx.doi.org/10.1002/app.1992.070440103
http://dx.doi.org/10.1021/ma971619x
http://dx.doi.org/10.1515/epoly.2010.10.1.841
http://dx.doi.org/10.1021/bm034286m
http://www.ncbi.nlm.nih.gov/pubmed/14715022
http://dx.doi.org/10.1021/bm034363d
http://www.ncbi.nlm.nih.gov/pubmed/15002994
http://dx.doi.org/10.1021/bm025625z
http://www.ncbi.nlm.nih.gov/pubmed/12425678
http://dx.doi.org/10.1016/S0144-8617(03)00159-0
http://dx.doi.org/10.3109/10717544.2015.1105324
http://www.ncbi.nlm.nih.gov/pubmed/26530807
http://dx.doi.org/10.1002/mabi.200500048
http://dx.doi.org/10.1016/S0142-9612(00)00148-4
http://dx.doi.org/10.1016/j.carbpol.2019.04.091
http://dx.doi.org/10.1016/j.ijpharm.2019.02.020
http://dx.doi.org/10.1007/s10856-016-5677-6
http://dx.doi.org/10.1016/j.jare.2015.02.002
http://www.ncbi.nlm.nih.gov/pubmed/26843972
http://dx.doi.org/10.1016/j.ijbiomac.2015.05.044
http://www.ncbi.nlm.nih.gov/pubmed/26038106
http://dx.doi.org/10.15376/biores.8.4.6161-6172
http://dx.doi.org/10.1016/j.carbpol.2017.08.027
http://www.ncbi.nlm.nih.gov/pubmed/28917902
http://dx.doi.org/10.1016/j.ijbiomac.2015.11.015
http://dx.doi.org/10.1016/j.ijbiomac.2019.03.017
http://dx.doi.org/10.3390/molecules23123358
http://dx.doi.org/10.1021/jp3110908
http://dx.doi.org/10.1002/app.1969.070130815

Materials 2020, 13, 3413 26 of 27

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

Skopinska-Wisniewska, J.; Kuderko, J.; Bajek, A.; Maj, M.; Sionkowska, A.; Ziegler-Borowska, M. Collagen/
elastin hydrogels cross-linked by squaric acid. Mater. Sci. Eng. C 2016, 60, 100-108. [CrossRef]

Johnson, B.T. Microtox® acute toxicity test. In Small-Scale Freshwater Toxicity Investigations; Blaise, C.,
Férard, J.-F.,, Eds.; Springer: Dordrecht, The Netherlands, 2005; Volume 1, pp. 69-105.

Recillas, S.; Garcia, A.; Gonzalez, E.; Casals, E.; Puntes, V.; Sanchez, A.; Font, X. Use of CeO,, TiO, and
Fe304 nanoparticles for the removal of lead from water: Toxicity of nanoparticles and derived compounds.
Desalination 2011, 277, 213-220. [CrossRef]

Williams, C.F.,; Geroni, G.M.; Lloyd, D.; Choi, H.; Clark, N.; Pirog, A.; Lees, J.; Porch, A. Bioluminescence of
vibrio fischeri: Bacteria respond quickly and sensitively to pulsed microwave electric (but not magnetic)
fields. J. Biomed. Opt. 2019, 24, 1-11. [CrossRef] [PubMed]

Ezati, P; Rhim, ].-W. pH-responsive chitosan-based film incorporated with alizarin for intelligent packaging
applications. Food Hydrocoll. 2020, 102, 105629. [CrossRef]

Yin, M.; Wang, Y.; Zhang, Y.; Ren, X,; Qiu, Y.; Huang, T.-S. Novel quaternarized N-halamine chitosan and
polyvinyl alcohol nanofibrous membranes as hemostatic materials with excellent antibacterial properties.
Carbohydr. Polym. 2020, 232, 115823. [CrossRef]

Kumar, S.; Koh, J. Physiochemical, optical and biological activity of chitosan-chromone derivative for
biomedical applications. Int. J. Mol. Sci. 2012, 13, 6102-6116. [CrossRef]

Bashir, S.; Teo, Y.Y.; Naeem, S.; Ramesh, S.; Ramesh, K. pH responsive N-succinyl chitosan/Poly (acrylamide-co-
acrylic acid) hydrogels and in vitro release of 5-fluorouracil. PLoS ONE 2017, 12, e0179250.

Saito, T.; Isogai, A. Introduction of aldehyde groups on surfaces of native cellulose fibers by TEMPO-mediated
oxidation. Colloids Surf. A Physicochem. Eng. Asp. 2006, 289, 219-225. [CrossRef]

Anand, M.; Sathyapriya, P.; Maruthupandy, M.; Hameedha Beevi, A. Synthesis of chitosan nanoparticles by
TPP and their potential mosquito larvicidal application. Front. Lab. Med. 2018, 2, 72-78. [CrossRef]
Lopez-Pérez, PM.; Marques, A.P.,; Da Silva, R M.P; Pashkuleva, I.; Reis, R.L. Effect of chitosan membrane
surface modification via plasma induced polymerization on the adhesion of osteoblast-like cells. J. Mater.
Chem. 2007, 17, 4064-4071. [CrossRef]

Charhouf, I.; Bennamara, A.; Abourriche, A.; Chenite, A.; Zhu, J.; Berrada, M. Characterization of a dialdehyde
chitosan generated by periodate oxidation. Int. J. Sci. Basic Appl. Res. 2014, 16, 336-348.

Saud, R.; Pokhrel, S.; Yadav, PN. Synthesis, characterization and antimicrobial activity of maltol functionalized
chitosan derivatives. J. Macromol. Sci. Part A 2019, 56, 375-383. [CrossRef]

Tang, R.; Du, Y,; Fan, L. Dialdehyde starch-crosslinked chitosan films and their antimicrobial effects. J. Polym.
Sci. Pol. Phys. 2003, 41, 993-997. [CrossRef]

Yap, W.E,; Yunus, WM.M,; Talib, Z.A.; Yusof, N.A. X-ray photoelectron spectroscopy and atomic force
microscopy studies on cross-linked chitosan thin film. Int. J. Phys. Sci. 2011, 6, 2744-2749.
Chelminak-Dudkiewicz, D.; Ziegler-Borowska, M.; Stolarska, M.; Sobotta, L.; Falkowski, M.; Mielcarek, J.;
Goslinski, T.; Kowalonek, J.; Wegrzynowska-Drzymalska, K.; Kaczmarek, H. The chitosan—Porphyrazine
hybrid materials and their photochemical properties. . Photochem. Photobiol B 2018, 181, 1-13. [CrossRef]
Ziegler-Borowska, M.; Chelminiak, D.; Kaczmarek, H.; Kaczmarek-Kedziera, A. Effect of side substituents on
thermal stability of the modified chitosan and its nanocomposites with magnetite. J. Therm. Anal. Calorim.
2016, 124, 1267-1280. [CrossRef]

Zeng, L.; Qin, C.; Wang, L.; Li, W. Volatile compounds formed from the pyrolysis of chitosan. Carbohydr.
Polym. 2011, 83, 1553-1557. [CrossRef]

Mucha, M.; Pawlak, A. Thermal analysis of chitosan and its blends. Thermochim. Acta. 2005,427,69-76. [CrossRef]
Arianita, A.; Cahyaningtyas; Amalia, B.; Pudjiastuti, W.; Melanie, S.; Fauzia, V.; Imawan, C. Effect of
glutaraldehyde to the mechanical properties of chitosan/nanocellulose. J. Phys. Conf. Ser. 2019, 1317, 012045.
[CrossRef]

Rubentheren, V.; Ward, T.A.; Chee, C.Y.; Tang, C.K. Processing and analysis of chitosan nanocomposites
reinforced with chitin whiskers and tannic acid as a crosslinker. Carbohydr. Polym. 2015, 115, 379-387.
[CrossRef] [PubMed]

Timotius, D.; Rochmadi, R.; Yuni, K. Preparation and characterization of local indonesian chitosan-graft-maleic
anhydride as drug carrier. IOP Conf. Ser. Mater. Sci. Eng. 2019, 599, 1-7. [CrossRef]


http://dx.doi.org/10.1016/j.msec.2015.11.015
http://dx.doi.org/10.1016/j.desal.2011.04.036
http://dx.doi.org/10.1117/1.JBO.24.5.051412
http://www.ncbi.nlm.nih.gov/pubmed/30816030
http://dx.doi.org/10.1016/j.foodhyd.2019.105629
http://dx.doi.org/10.1016/j.carbpol.2019.115823
http://dx.doi.org/10.3390/ijms13056102
http://dx.doi.org/10.1016/j.colsurfa.2006.04.038
http://dx.doi.org/10.1016/j.flm.2018.07.003
http://dx.doi.org/10.1039/b707326g
http://dx.doi.org/10.1080/10601325.2019.1578616
http://dx.doi.org/10.1002/polb.10405
http://dx.doi.org/10.1016/j.jphotobiol.2018.02.021
http://dx.doi.org/10.1007/s10973-016-5260-x
http://dx.doi.org/10.1016/j.carbpol.2010.10.007
http://dx.doi.org/10.1016/j.tca.2004.08.014
http://dx.doi.org/10.1088/1742-6596/1317/1/012045
http://dx.doi.org/10.1016/j.carbpol.2014.09.007
http://www.ncbi.nlm.nih.gov/pubmed/25439908
http://dx.doi.org/10.1088/1757-899X/599/1/012029

Materials 2020, 13, 3413 27 of 27

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

Escarcega-Galaz, A.A.; Sanchez-Machado, D.I.; Lopez-Cervantes, J.; Sanches-Silva, A.; Madera-Santana, T.J.;
Paseiro-Losada, P. Mechanical, structural and physical aspects of chitosan-based films as antimicrobial
dressings. Int. ]. Biol. Macromol. 2018, 116, 472—481. [CrossRef] [PubMed]

Raafat, D.; Sahl, H.-G. Chitosan and its antimicrobial potential—A critical literature survey. Microb. Biotechnol.
2009, 2, 186-201. [CrossRef] [PubMed]

Kean, T.; Thanou, M. Biodegradation, biodistribution and toxicity of chitosan. Adv. Drug Deliv. Rev. 2010, 62,
3-11. [CrossRef]

Takigawa, T.; Endo, Y. Effects of glutaraldehyde exposure on human health. J. Occup. Health 2006, 48, 75-87.
[CrossRef] [PubMed]

Sharma, G.; Naushad, M.; Kumar, A.; Kumar, A.; Ahamad, T.; Stadler, EJ. Facile fabrication of chitosan-cl-
poly(AA)/ZrPO4 nanocomposite for remediation of rhodamine B and antimicrobial activity. J. King Saud
Univ. Sci. 2020, 32, 1359-1365. [CrossRef]

Kong, M.; Chen, X.G; Xing, K.; Park, H.]. Antimicrobial properties of chitosan and mode of action: A state of
the art review. Int. J. Food Microbiol. 2010, 144, 51-63. [CrossRef]

Menazea, A.A.; Eid, M.M.; Ahmed, M.K. Synthesis, characterization, and evaluation of antimicrobial activity
of novel chitosan/tigecycline composite. Int. J. Biol. Macromol. 2020, 147, 194-199. [CrossRef]

Tanpichai, S.; Witayakran, S.; Wootthikanokkhan, J.; Srimarut, Y.; Woraprayote, W.; Malila, Y. Mechanical and
antibacterial properties of the chitosan coated cellulose paper for packaging applications: Effects of molecular
weight types and concentrations of chitosan. Int. ]. Biol. Macromol. 2020, 155, 1510-1519. [CrossRef]

Li, Y,; Chi, Y.-Q.; Yu, C.-H.; Xie, Y.; Xia, M.-Y.; Zhang, C.-L.; Han, X,; Peng, Q. Drug-free and non-crosslinked
chitosan scaffolds with efficient antibacterial activity against both Gram-negative and Gram-positive bacteria.
Carbohydr. Polym. 2020, 241, 116386. [CrossRef]

Rathinam, S.; Olafsdéttir, S.; Jonsdottir, S.; Hjalmarsdottir, M.A.; Mésson, M. Selective synthesis of N,N,N-
trimethylated chitosan derivatives at different degree of substitution and investigation of structure-activity
relationship for activity against P. aeruginosa and MRSA. Int. |. Biol. Macromol. 2020, 160, 548-557. [CrossRef]
Chung, Y.C.; Su, Y.P.;; Chen, C.C;; Jia, G.; Wang, H.L.; Wu, ].C.; Lin, ].G. Relationship between antibacterial
activity of chitosan and surface characteristics of cell wall. Acta Pharmacol. Sin. 2004, 25, 932-936. [PubMed]
Jain, A.; Duvvuri, L.S,; Farah, S.; Beyth, N.; Domb, A.J.; Khan, W. Antimicrobial polymers. Adv. Healthc.
Mater. 2014, 3, 1969-1985. [CrossRef] [PubMed]

Arora, D.; Sharma, N.; Sharma, V.; Abrol, V.; Shankar, R; Jaglan, S. An update on polysaccharide-based
nanomaterials for antimicrobial applications. Appl. Microbiol. Biotechnol. 2016, 100, 2603-2615. [CrossRef]
Fei Liu, X,; Lin Guan, Y.; Zhi Yang, D.; Li, Z.; De Yao, K. Antibacterial action of chitosan and carboxymethylated
chitosan. J. Appl. Polym. Sci. 2001, 79, 1324-1335. [CrossRef]

Mansilla, A.Y.; Albertengo, L.; Rodriguez, M.S.; Debbaudt, A.; Zahiga, A.; Casalongué, C.A. Evidence on
antimicrobial properties and mode of action of a chitosan obtained from crustacean exoskeletons on Pseudomonas
syringae pv. tomato DC3000. Appl. Microbiol. Biotechnol. 2013, 97, 6957-6966. [CrossRef] [PubMed]

Verlee, A.; Mincke, S.; Stevens, C. V Recent developments in antibacterial and antifungal chitosan and its
derivatives. Carbohydr. Polym. 2017, 164, 268-283. [CrossRef]

Takahashi, T.; Imai, M.; Suzuki, I.; Sawai, ]. Growth inhibitory effect on bacteria of chitosan membranes
regulated with deacetylation degree. Biochem. Eng. J. 2008, 40, 485-491. [CrossRef]

Chen, K.-S.; Ku, Y.-A; Lee, C.-H,; Lin, H-R,; Lin, E-H.; Chen, T.-M. Immobilization of chitosan gel with cross-
linking reagent on PNIPAAm gel/PP nonwoven composites surface. Mater. Sci. Eng. C 2005, 25, 472-478.
[CrossRef]

Kim, K.W.; Min, B.J.; Kim, Y.-T.; Kimmel, R. M.; Cooksey, K.; Park, S.I. Antimicrobial activity against foodborne
pathogens of chitosan biopolymer films of different molecular weights. LWT Food Sci. Technol. 2011, 44,
565-569. [CrossRef]

@ © 2020 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.ijbiomac.2018.04.149
http://www.ncbi.nlm.nih.gov/pubmed/29727650
http://dx.doi.org/10.1111/j.1751-7915.2008.00080.x
http://www.ncbi.nlm.nih.gov/pubmed/21261913
http://dx.doi.org/10.1016/j.addr.2009.09.004
http://dx.doi.org/10.1539/joh.48.75
http://www.ncbi.nlm.nih.gov/pubmed/16612035
http://dx.doi.org/10.1016/j.jksus.2019.11.028
http://dx.doi.org/10.1016/j.ijfoodmicro.2010.09.012
http://dx.doi.org/10.1016/j.ijbiomac.2020.01.041
http://dx.doi.org/10.1016/j.ijbiomac.2019.11.128
http://dx.doi.org/10.1016/j.carbpol.2020.116386
http://dx.doi.org/10.1016/j.ijbiomac.2020.05.109
http://www.ncbi.nlm.nih.gov/pubmed/15210068
http://dx.doi.org/10.1002/adhm.201400418
http://www.ncbi.nlm.nih.gov/pubmed/25408272
http://dx.doi.org/10.1007/s00253-016-7315-0
http://dx.doi.org/10.1002/1097-4628(20010214)79:7&lt;1324::AID-APP210&gt;3.0.CO;2-L
http://dx.doi.org/10.1007/s00253-013-4993-8
http://www.ncbi.nlm.nih.gov/pubmed/23703326
http://dx.doi.org/10.1016/j.carbpol.2017.02.001
http://dx.doi.org/10.1016/j.bej.2008.02.009
http://dx.doi.org/10.1016/j.msec.2004.12.006
http://dx.doi.org/10.1016/j.lwt.2010.08.001
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Dialdehyde Starch Synthesis 
	Dialdehyde Chitosan Synthesis 
	Cross-Linked Chitosan Films Preparation 
	Analysis and Characterization 
	Determination of the Content of Aldehyde Groups (ALD, %) 
	Attenuated Total Reflectance Fourier Transform Infrared (ATR-FTIR) Spectroscopy 
	Scanning Electron Microscopy (SEM) 
	Contact Angle Measurement 
	Thermal Analysis 
	Mechanical Properties 
	Atomic Force Microscopy (AFM) 
	Swelling Ability 
	Toxicity Assessment 


	Results and Discussion 
	Synthesis of Dialdehyde Chitosan and Its Oxidation Degree 
	Characterization of Dialdehyde Chitosan 
	ATR-FTIR Spectroscopy 
	Scanning Electron Microscopy (SEM) 
	Contact Angle Measurement 
	Thermal Analysis 
	X-ray Diffraction (XRD) 

	Formation of Chitosan Films by Cross-Linking with Various Cross-Linkers 
	ATR-FTIR Spectroscopy 
	Scanning Electron Microscopy (SEM) 
	Atomic Force Microscopy (AFM) 
	Contact Angle Measurement 
	Thermal Analysis 
	Mechanical Properties 
	Swelling Ability 
	Microtox® Toxicity Study 


	Conclusions 
	References

