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Abstract: This study investigated the effect of chitosan particle sizes on the properties of car-
boxymethyl chitosan (CMCh) powders and films. Chitosan powders with different particle sizes
(75, 125, 250, 450 and 850 pum) were used to synthesize the CMCh powders. The yield, degree of
substitution (DS), and water solubility of the CMCh powders were then determined. The CMCh films
prepared with CMCh based on chitosan with different particle sizes were fabricated by a solution
casting technique. The water solubility, mechanical properties, and water vapor transmission rate
(WVTR) of the CMCh films were measured. As the chitosan particle size decreased, the yield, DS,
and water solubility of the synthesized CMCh powders increased. The increase in water solubility
was due to an increase in the polarity of the CMCh powder, from a higher conversion of chitosan into
CMCh. In addition, the higher conversion of chitosan was also related to a higher surface area in the
substitution reaction provided by chitosan powder with a smaller particle size. As the particle size of
chitosan decreased, the tensile strength, elongation at break, and WVTR of the CMCh films increased.
This study demonstrated that a greater improvement in water solubility of the CMCh powders and
films can be achieved by using chitosan powder with a smaller size.
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1. Introduction

Currently, demands for the development of new functional materials with biocompat-
ibility and biodegradability are continuously increasing, which has led to an increase in
the utilization of biopolymers as compared to synthetic conventional polymers [1,2].

Among biopolymers, chitosan is an attractive material, owing to its biocompatibility,
antimicrobial activity, cheapness, and low toxicity. It has been widely used in the pharma-
ceutical industry (e.g., drug delivery carrier) [3,4], for biomedical applications (e.g., wound
dressing) [5,6], the cosmetic industry (e.g., encapsulation of essential oils) [7], and the food
packaging industry (e.g., antimicrobial film) [8]. Chitosan is a biopolymer in the category
of polysaccharides, and comprises glucosamine and N-acetylglucosamine linked by 3 (1-4)
bonds. Chitosan is obtained by the deacetylation of chitin, for which the abundant renew-
able sources are the shells of crustaceans and mollusks [3,9]. However, chitosan is insoluble
in neutral water (pH ~7) owing to the presence of amino groups (-NH>) in the chitosan,
in which this functional group remains unprotonated in neutral water [10]. Therefore, an
improvement of water solubility of chitosan is required prior to its application.

The conversion of chitosan into carboxymethyl chitosan (CMCh) is a facile and alter-
native means to address the unsatisfied insoluble chitosan, in which the chemical structure
of chitosan becomes more polar. Therefore, the CMCh can be dissolved in water over a
wide range of pH, which provides a convenient use of CMCh in various applications [11].
In addition, CMCh has antimicrobial activity, biocompatibility, and low toxicity, which
has been incorporated into biopolymers (e.g., starch and cellulose) to enhance the mechan-
ical/thermal properties and antimicrobial activity of blend films in the development of
active food packaging [12-15]. Moreover, CMCh has attracted considerable attention as a
tool for postharvest life extension by CMCh coating [16]; a fixative for Eau de Cologne [17];
and for blend films with soy protein isolate [18], rice starch [19], antioxidant and moistening
materials [20], and edible inks [21].

The CMCh can be synthesized in sodium hydroxide (NaOH) solution, and the effect
of NaOH solution with different concentrations on the degree of substitution (DS) has been
studied by Abou-Zied et al. [22]. They reported that the DS increased with respect to the
concentration of the NaOH solution up to 50% (w/v), but it decreased at above 60% (w/v) of
NaOH solution [22]. Furthermore, the properties of synthesized carboxymethyl cellulose
prepared from the cellulose with different particle sizes were investigated by Yeasmin and
Modal [23]. They found that DS, yield, viscosity, and water solubility increased as the
cellulose particle size decreased [23]. In addition, Chaiwong et al. reported that water
solubility of CMCh was dependent on the molecular weight of chitosan used as a starting
material. That is, the water solubility of CMCh increased with the decreasing molecular
weight of chitosan [20].

In this context, we attempted to study the effect of chitosan particle sizes on the yield,
DS, water solubility, and change in a reactive functional group of the synthesized CMCh,
which have not yet been investigated elsewhere. In addition, we also determined the
water solubility, mechanical properties, and water vapor transmission rate (WVTR) of the
CMCh films.

2. Results and Discussion
2.1. Chemical Structure

The FT-IR spectra of chitosan and the CMCh powders obtained from various chitosan
particle sizes are shown in Figure 1. The characteristic peaks of chitosan powder were
observed at 3000-3600, 2879, 1599, 1401, and 1160-1000 cm !, which were attributed to
—OH stretching, C-H stretching, N-H bending, C-H bending of CH; group, and C-O
stretching, respectively [24,25]. The absorption bands of CMCh powders obtained from
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chitosan with higher particle sizes (75-850 um) were relatively similar to that of chitosan.
The intensity of these characteristic bands clearly increased with the decrease in chitosan
particle size, indicating an increase in reactive functional groups (e.g., -OH and -NH,
groups) in the CMCh powders. Particularly, the observation of strong peak intensity in the
vicinity of 1599 cm~! might correspond to the vibration of the COO- group overlapped
with the original N-H bond of chitosan, which might imply that there was some con-
version of chitosan to carboxymethyl chitosan. Notably, a new peak at 1741 cm~! was
detected in the spectrum of CMCh 75 pum, which is related to the C=0 stretch of carboxylic
group [12,26,27]. This confirms that the chitosan with a smaller particle size was highly
converted to carboxymethyl chitosan.
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T ~————— TN\ W\~ u — s ez
~ et \\ CMCh 450 um NS \//
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Figure 1. The FT—IR spectra of chitosan and CMCh powders prepared from chitosan with different
particle sizes.

2.2. Morphology of Chitosan and CMCh Powders

The morphology of chitosan and CMCh chitosan powders with different particle
sizes was analyzed using the stereo microscope and SEM. As shown in Figure 2, chitosan
powders are relatively opaque, and have a slightly rough surface and irregular shape
particles. Conversely, CMCh powders are relatively transparent due to the reduction in
crystallinity after chemical modification, which is in agreement with our previous study
by XRD result [12]. In addition, CMCh powders have rougher surfaces compared to
chitosan. Likewise, SEM images (Figure 3a,b) showed that the surface morphology of
CMCh powders was rougher than that of chitosan powers. This was due to the damage on
chitosan surfaces and the weakening of chitosan structures, which caused the reduction
in chitosan crystallinity [28,29]. This allowed the carboxymethylization, and resulted in
the formation of the bulky groups (-CH,COOH) on chitosan surfaces, which is consistent
with the studies of Mohamed et al. [30] and Sabaa et al. [31]. The average particle sizes of
chitosan and CMCh powders were measured by SEM and are summarized in Table S1,
in the Supplementary Materials. The width of CMCh particles was greater than that of
chitosan particles, due to the effects of the formation of the bulky groups (-CH,COOH) on
their surfaces. In contrast, the length of CMCh particles was smaller than that of chitosan

particles due to the effects of the chemical reaction during surface modification, which led
to chain scission.
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[Magnification: 40X

Chitosan CMCh

Figure 2. The morphology and physical appearance of chitosan and CMCh powders prepared from
chitosan with different particle sizes.
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(a) [Magnification: 70 X]
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Figure 3. Cont.
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(b) [Magnification: 1000 X ]
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Figure 3. SEM images of chitosan and CMCh powders prepared from chitosan of different particle sizes: (a) 70x and
(b) 1000x magnifications.
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2.3. Yield of CMCh Powders

The yield of CMCh powders prepared from chitosan powder with different particle
sizes is shown in Figure 4. Notably, the conversion of chitosan into CMCh was strongly
dependent on chitosan particle sizes. As the particle size decreased, the yield of CMCh
powders increased, indicating an increase in the content of CMCh. This was related to
the surface areas of the chitosan used in the synthesis, in which the chitosan with smaller
particle sizes provided greater surface areas. An increase in the surface area of chitosan
caused potential collisions between chitosan particles and reactants, which resulted in an
increase in the yield of CMCh synthesized from the chitosan with smaller particle sizes.
This phenomenon is consistent with the investigations of Rahman et al. [32] and Yeasmin
and Mondal [23], who found that the yield of carboxymethyl cellulose (CMC) increased
with the decreases in cellulose particle size. In addition, some research groups reported that
the yield of CMCh was also dependent on the solvent, concentration of NaOH, reaction
temperature [33], and molecular weight of chitosan [20].

100 =

Yield of CMCh (%)
ES
T

40 |-

0 | | | 1 | | | |
0 100 200 300 400 500 600 700 800 900

Particle Size (um)

Figure 4. Effect of chitosan particle sizes on yield of CMCh powders.

2.4. DS and Water Solubility of CMCh Powders

The carboxymethylation of carbohydrate polymers (e.g., cellulose, starch, and chi-
tosan) has been extensively investigated. This is due to its facile modification achieved
through the acid-catalyzed reaction [34], in which the DS of carboxymethylation depends
on the concentration of base [35-37], amount of acid [28], type of solvent [38], nature
of polymeric materials [23], reaction temperature [39,40], reaction time [39,40], and mi-
crowave radiation (power) [41]. Due to a higher polarity, increases in DS generally result
in improved water solubility in the biopolymers [42]. In this study, the effect of chitosan
particle size on the DS and water solubility of CMCh is shown in Figure 5. Notably, the DS
and water solubility of CMCh were dependent on the chitosan particle size. The CMCh
powder with smaller particle sizes had a higher DS due to the larger surface areas generated
by smaller particles, which led to a greater conversion of chitosan into CMCh. A similar
influence of particle size on the DS of CMC has also been reported by Rahman et al. [32] and
Yeasmin and Mondal [23]. The higher DS implied an increase in the polarity of the CMCh
powders, as reflected by the larger number of polar groups (-OH, -NHj,, and -COOH) and
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explained by the FT-IR results. Therefore, the CMCh prepared from the chitosan powder
with smaller particle sizes easily dissolved in water, which led to a higher water solubility
(from 88.9 to 95.5%). As a consequence, the DS and water solubility of the CMCh powder
with smaller particle sizes were greater than the powder with larger particle sizes.

3.0 100
25 b - 95
g S
g 20 - 19 <
=
A 15 Jss =
= A
(] St
(] (]
sh 1.0 b 480 =
|5 3
A
05 - - 75
1 1 | | | 1 1 1 70

0.0
0 100 200 300 400 500 600 700 800 900

Particle Size (um)

Figure 5. Effect of chitosan particle sizes on degree of substitution and water solubility of CMCh powders.

2.5. Morphology of CMCh Films

The fractured surface of the CMCh films that were prepared with CMCh based on
chitosan powders with different particle sizes is shown in Figure 6. All CMCh films
exhibited a continuous phase without internal pores. Notably, the roughness of the CMCh
films increased as the chitosan particle size increased. This roughness could be attributed
to the imperfect solubility of CMCh powders during the film forming process, which may
result in the deterioration of mechanical properties when affected by a larger particle size
and a lower surface area.

CMCh 75 pm CMCh 125 um CMCh 250 pm

Figure 6. Cont.
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CMCh 425 pm CMCh 850 pm

Figure 6. Morphology of CMCh powders.

2.6. Mechanical Properties of CMCh Films

The mechanical properties of polymeric materials are dependent on several factors,
including intermolecular forces (i.e., H-bond), molecular weight (chain length), and the
degree of crystallinity (ordered packing arrangement) [43,44]. Tantala et al. [45] reported
that the CMCh film prepared from the chitosan with higher molecular weight (polymer)
has a higher tensile strength than those prepared from the chitosan with lower molecular
weight (oligomer) [45]. In this study, the effect of chitosan particle size on the mechanical
properties of the CMCh films is shown in Figure 7. Obviously, the tensile strength and
elongation at break of the CMCh films were strongly dependent on the chitosan particle
size. As expected, the CMCh film prepared from the chitosan with a smaller particle size
showed a higher tensile strength and elongation at break. As mentioned earlier, the powder
with smaller particle sizes had a higher surface area in the substitution reaction, which
led to a higher conversion of chitosan to CMCh, as reflected by a higher DS. This resulted
in an increase in the intermolecular force between molecules of CMCh [46], leading to an
enhancement of their mechanical properties. Conversely, the crystallinity of the CMCh
film decreased due to the chemical reaction (i.e., NaOH) and the formation of bulky groups
(-CH,COOH) on the chitosan chains. Therefore, the CMCh prepared from the chitosan
with a smaller particle size has a lower crystallinity than that of the CMCh film, owing
to a higher number of bulky groups. This led to the enhancement of the conformation
flexibility (i.e., elongation at break) of the CMCh films [47]. This result is consistent with
Suriyatem et al. [12] who reported that the introduction of CMCh into rice starch (50%)
increased the tensile strength and elongation at break of rice starch. In addition, this
result is in agreement with Rachtanapun et al. [28] who found that the tensile strength
and elongation at break of carboxymethyl bacterial cellulose film increased with DS and
intermolecular force.

50 50

-

S
T
1

40

S
T
1

S

Tensile Strength (MPa)
. ;
T
1
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Elongation at Break (%)

S
T
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s

0 1 1 1 1 1 1 1 1 0
0 100 200 300 400 500 600 700 800 900

Particle Size (um)

Figure 7. Effect of chitosan particle sizes on tensile strength and elongation of CMCh films.
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2.7. Contact Angle of CMCh Films

As shown in Figure 8, the dynamic water contact angle of the CMCh film was re-
markably dependent on the chitosan particle size. As the chitosan particle size decreased,
the water contact angle of CMCh films decreased. In addition, the water contact angle
of all CMCh films decreased with time (from 0 to 20 s). This implies that the CMCh film
prepared from CMCh-based chitosan powder with a smaller particle size has a more hy-
drophilic character than that of the CMCh film, due to the high number of COOH groups
on the larger surface area of CMCh prepared from chitosan powder with a smaller particle
size. This contact angle result is consistent with the FT-IR, DS, and water solubility of
CMCh powders.

(a) 90
85 &=
80 -
75F

70

Contact angle (°)

i I
654 |
60 =
—@— CMCh 75 um
55 |- —®— CMCh 250 ym —_— 1}
—&— CMCh 425 pm |

—A— CMCh 125 pm
—@— CMCh 3:0 um

0 5 10 15 20

Time (s)

(b) T=0s T=5s T=10s T=15s T=20s

85°vm+++LA

6=80° 0=78°

47—*%*++‘A

8=70 =69
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0=68° 0=66 0=64" 0=63"

125pm++“‘

0=63° 0=62 0=61

75 um ‘ — AR A A
0 =66 0=62 0=59 0=57 0=57

Figure 8. Dynamic contact angle measurement of the CMCh films (a) and contact angle images of a
10 pL water droplet on the surface of the CMCh films with times (b).

2.8. Water Solubility and Water Vapor Transmission Rate of CMCh Films

As shown in Figure 9, the chitosan particle size used to synthesis CMCh strongly
affected the water solubility of the CMCh films. The water solubility of the CMCh films
increased (94.3-97.9%) as the particle size of the chitosan used in the synthesis of the CMCh
powder decreased. This was related to the polarity or the hydrophilicity of the CMCh films.
Essentially, the polymeric films with a higher polarity have a higher chemical affinity with
water molecules, such that water can be initially adsorbed on the surface and diffused into
the polymeric films. Finally, the polymeric moieties of the films are dissolved. Therefore,
when the CMCh film prepared from the chitosan with the smaller particle size (75 pum)
was exposed to water, a larger amount of -COOH groups (on the surface of the CMCh
film) and H-bonding (between the CMCh chains) became separated due to competition
among the water molecules [48,49]. Accordingly, the CMCh film with a higher polarity
(prepared from chitosan with a smaller particle size) was easily deformed and dissolved in
water. This result is consistent with the FT-IR results, DS, and water solubility of the CMCh
powders. In addition, this finding is also similar to that of the study of Tantala et al. [50],
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who stated that the water solubility of CMCh films was dependent on the DS, irrespective
of the plasticizers. Notably, the water solubility of CMCh films was higher than that of
the CMCh powders due to the influence of the hydrophilic character of the plasticizer
(glycerol) containing the CMCh film.

50
100 =
95 |- -1 40
S 2
g8 o 430 5
= S
2 chn
A —
— - 20 =
2 Z
= 80 |~ =
- 10
75 |-
70 1 | 1 | 1 | 1 | 0

0 100 200 300 400 500 600 700 800 900
Particle Size (um)

Figure 9. Effect of chitosan particle sizes on water solubility and water vapor transmission rate of
CMCh films.

Generally, water vapor permeation of polymeric films strongly depends on several
factors, such as the polarity or hydrophilicity, intermolecular forces, and degree of crys-
tallinity [43,51]. In addition, the molecular weight of chitosan affects the WVTR of the
CMCh film, as the CMCh film prepared from the chitosan with higher molecular weight ex-
hibits a lower WVTR compared to those prepared from the chitosan with a lower molecular
weight [45]. In this study, the effect of chitosan particle sizes on the WVTR of CMCh films
is illustrated in Figure 9. The CMCh film prepared from chitosan with the largest particle
size (850 um) exhibited the lowest WVTR value of 8.8 g/day-cm3. As the chitosan particle
size decreased, the WVTR of the CMCh films increased from 8.8-18.3 g/day-cm>. The
increase in the WVTR of the CMCh films is due to an increase in the hydrophilicity of the
CMCh film, which is caused by the presence of abundant —-COOH and —OH groups, as
explained by the FT-IR, DS, and contact angle results. The water vapor molecule can easily
react with such polar groups (dissociation) and penetrate into the CMCh films, because no
CMCh films have any internal pores, as indicated in the SEM images (Figure 6). Therefore,
the CMCh film prepared from CMCh with a higher DS exhibited a higher WVTR, which
confirmed that the CMCh films had become more hydrophilic in character. This finding is
consistent with the analysis of Rachtanapun et al. [52], who reported that the CMC films
with a higher DS showed a higher WVTR.

3. Materials and Methods
3.1. Materials

Shrimp chitosan (molecular weight of 1000-1500 kDa) was purchased from Ta Ming
Enterprises Co., Ltd. (Samut Sakhon, Thailand). Acetic acid glacial anhydrous and sodium
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hydroxide (NaOH) were purchased from Merck & Co., Inc. (Darmstadt, Germany). Ethanol
and methanol were purchased from Northern chemical Co., Ltd. (Chiang Mai, Thailand).
Magnesium nitrate (Mg(NO3)2) was purchased from Renkem chemical (Bangalore, India).
Monochloroacetic acid was purchased from Sigma-Aldrich (Burlington, MA, USA).

3.2. Synthesis of CMCh Powders

Prior to the synthesis of CMCh powder, chitosan was ground and sieved using a
Retsch ZM 200 Ultra Centrifugal Mill (Endecotts, London, UK) to obtain various particle
sizes of 75, 125, 250, 425, and 850 um. Approximately 25 g of the obtained chitosan was
individually suspended in 400 mL of 50% (w/v) sodium hydroxide solution. Then, 100 mL
of isopropanol was added, and the chitosan solution was stirred at 50 °C for 1 h. Next, the
solution of monochloroacetic acid (in isopropanol) was gradually added into the chitosan
solution. This mixture was transferred into an ED 56 drying and heating chamber (Binder
Co., Tuttlingen, Germany) and heated at 50 °C for 4 h. The solid part of the mixture was
separated by filtering, and 250 mL of 70% (v/v) methanol was added into the solid part and
stirred for 10 min. Meanwhile, the pH of this mixture was adjusted to 7 by adding acetic
acid prior to filtering. This washing process was performed 5 times. Lastly, 250 mL of 95%
(v/v) methanol was added into the solid part and stirred for 10 min. The mixed solution
was finally filtered, and the solid part was dried at 80 °C for 12 h in a drying and heating
chamber. The yield of the obtained CMCh powder was calculated using Equation (1):

Yield (%) = % % 100 )

where W is the weight of chitosan (g), and W is the weight of the obtained CMCh (g).

3.3. Preparation of CMCh Films

To prepare the CMCh films, 3 g of the obtained CMCh from chitosan with different
particle sizes was individually added to 100 mL of DI water and stirred at 80 °C for 10 min.
Then, an optimal content of 30% (w/v) of glycerol was added in order to improve the
brittleness of the CMCh films. The obtained CMCh solution was cast on the plate and dried
at 40 °C for 24 h. The as-prepared CMCh films were stored in a chamber of 52 + 1% RH
[Mg(NO3)26H,0] at 25 + 1 °C prior to analysis.

3.4. Characterizations
3.4.1. Infrared Spectroscopy
To determine the functional groups of chitosan and CMCh powders, a Frontier Fourier

transform infrared (FT-IR) spectrophotometer (PerkinElmer, Waltham, MA, USA) was used.
The spectra of samples were recorded from 3950 to 450 cm 1.

3.4.2. Morphology of Powders

To study the morphology of chitosan and CMCh powders, a JSM 5910 L LV-Scanning
Electron Microscope (SEM) (JEOL Ltd., Boston, MA, USA), which has an accelerating
voltage of 10 kV, and a Leica S8 APO Greenough stereo microscope (Leica Microsystems,
Wetzlar, Germany) were used.

3.4.3. DS

The functional DS of CMCh was determined using a titration technique. Firstly, 0.2 g
of the obtained CMCh was added to 40 mL of DI water and stirred to obtain a homogeneous
solution. Then, the pH of the CMCh solution was adjusted to <2 by adding hydrochloric
acid. Next, the CMCh solution was titrated with 0.1 M sodium hydroxide until reaching
the equivalent point. Finally, the DS of CMCh was calculated using Equation (2):

161 x A

DS =
MCMCh — (58 X A)

@
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where Mcpcp, is the mass of CMCh (g); A was calculated using Equation (3):

A = VNaoH X CNaoH 3)

where V,oq is the volume of NaOH (mL) used in titration; Cn,og is the concentration of
NaOH (M).

3.4.4. Water Solubility of CMCh Powders

To measure the water solubility of the obtained CMCh powders, 0.1 g of CMCh was
added into 10 mL of DI water and stirred at 25 °C for 30 min. Then, the CMCh mixture
was filtered and dried at 105 °C for 24 h. The dried residue was weighed, and the water
solubility of CMCh powder was calculated using Equation (4):

Water solubility (%) = w x 100 4)
0

where W) is the initial weight of CMCh powder; W is the final weight of CMCh powder (g).

3.4.5. Morphology of CMCh Films

To study the morphology and the internal structure of CMCh films, a JSM-IT300
Scanning Electron Microscope (JEOL Ltd., Tokyo, Japan) was used. Prior to SEM analysis,
the film was fractured in liquid nitrogen and vacuum-sputtered with gold.

3.4.6. Mechanical Properties of CMCh Films

A HIKS Universal Testing Machine (Tinius Olsen, Horsham, PA, USA) was used to
investigate the tensile strength and elongation at break of the CMCh films. Ten specimens

of each film were prepared in the form of a rectangular strip (1.5 x 15 cm) and stored at
50% RH and 23 £ 2 °C for 24 h prior to measurement, according to ASTM D882-10.

3.4.7. Water Solubility of CMCh Films

To investigate the water solubility of CMCh films, three specimens of each film were
prepared in the form of a square shape (1 x 1 cm). The specimen was weighed, and stored
at 50% RH and 23 &+ 2 °C for 7 d. After that, the specimen was added to 50 mL of DI water
and agitated for 2 h using a shaker. The residue of CMCh film was separated and dried at
105 °C for 24 h, according to ASTM D618-05. Then, the dried residue was weighed, and the
water solubility of CMCh films was calculated using Equation (5):

Wo — W, o
0

where W) is the initial weight of the CMCh film; W is the final weight of the CMCh
film (g).

Water solubility (%) = 100 ®)

3.4.8. Contact Angle of CMCh Films

To analyze the hydrophilic properties of CMCh films, the dynamic contact angle of
CMCh films was measured using a DSA30B Drop Shape Analyzer (KRUSS, Hamburg,
Germany) with sessile water drops (volume 10 pL). The water contact angles of the films
were recorded at 0, 5, 10, 15, and 20 s, and the water contact angle values of each sample
were calculated as the average of five measurements.

3.49. WVTR

To investigate the WVTR of the CMCh films, the WVTR test was performed according
to ASTM E96-93. Three specimens of each film were prepared in circular shapes with
a diameter of 8 cm and placed on circular aluminum cups that each contained 10 g of
dried silica gel. Then, each specimen was sealed with the cup using paraffin wax, and the
as-prepared cups were weighed and stored at 50% RH and 25 °C for 7 d, during which the



Molecules 2021, 26, 6013

14 of 16

References

cups were weighed every day to obtain a slope of weight gain (y-axis) against time (y-axis).
Finally, the WVTR was calculated using Equation (6):

Slope

WVTR = ——
Film area

(6)

4. Conclusions

The present study showed that the chitosan particle size strongly affected the chemical
and physical properties of the synthesized CMCh powders and the CMCh films. As the
chitosan particle size decreased, the DS, yield, and water solubility of the CMCh powders
increased. These were related to the increase in polarity of the CMCh powder caused
by the larger surface area of the chitosan with a smaller particle size, which was used
in the synthesis of CMCh powder. The CMCh powder, synthesized from chitosan with
a smaller particle size, has a larger carboxyl group (confirmed by FI-IR result), which
resulted in the enhancement of hydrophilicity. Likewise, the water solubility and WVTR
of CMCh films increased as the chitosan particle size decreased. Moreover, the tensile
strength and elongation at break also increased, owing to an increase in intermolecular
forces between the CMCh chains. This study provided a better understanding of the
synthesis of water-soluble CMCh powder and the facile preparation of CMCh films of
varying particle sizes of chitosan, as well as a meaningful insight into the potential uses of
CMCh in the development of novel functional materials for the biomedical, pharmaceutical,
and food packaging industries.

Supplementary Materials: The following are available online, Table S1: The average particle size
of chitosan and CMCh powders analyzed by SEM analysis; Figure S1: Schematic of carboxymethyl
chitosan reaction.

Author Contributions: Conception and planning of experiment, P.R.; conceptualization, investiga-
tion, and methodology, PR.; writing of the manuscript, S.T., K.J., YP,N.L., PS.,, T.C.,S.R.S.,, TM.PN.,,
P.T., W.T. and P.R.; analysis of the data, S.T., K.J., Y.P, PJ., W.R,, WP, A.R. and PR,; contribution of
reagents and materials, Y.P. and PR.; validation, S.T. and P.R.; supervision of the project, PR. All
authors discussed the results and agreed to the publishing of this manuscript. All authors have read
and agreed to the published version of the manuscript.

Funding: The authors are grateful to the Center of Excellence in Materials Science and Technology,
Chiang Mai University, for financial support under the administration of the Materials Science
Research Center, Faculty of Science, and Chiang Mai University. This research was supported by
the Program Management Unit for Human Resources & Institutional Development, Research and
Invitation, NXPO (grant number: B16F640001). The present study was partially supported by TRF
Senior Research Scholar (grant no.: RTA6280001). This research work was partially supported by
Chiang Mai University.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Conflicts of Interest: The authors declare that there are no conflicts of interest regarding the publica-
tion of this paper.

1. Ali, A,; Ahmed, S. Recent advances in edible polymer based hydrogels as a sustainable alternative to conventional polymers. J.
Agric. Food Chem. 2018, 66, 6940-6967. [CrossRef]

2. Bisht, B,; Lohani, U.; Kumar, V.; Gururani, P.; Sinhmar, R. Edible hydrocolloids as sustainable substitute for non-biodegradable
materials. Crit. Rev. Food Sci. Nutr. 2020, 1-33. [CrossRef]

3. Fabiano, A.; Beconcini, D.; Migone, C.; Piras, A.M.; Zambito, Y. Quaternary ammonium chitosans: The importance of the positive
fixed charge of the drug delivery systems. Int. . Mol. Sci. 2020, 21, 6617. [CrossRef]

4. Wu, Y,; Rashidpour, A.; Almajano, M.P.; Metdn, 1. Chitosan-based drug delivery system: Applications in fish biotechnology.
Polymers 2020, 12, 1177. [CrossRef]

5. Sakthiguru, N.; Sithique, M.A. Fabrication of bioinspired chitosan/gelatin/allantoin biocomposite film for wound dressing
application. Int. J. Biol. Macromol. 2020, 152, 873-883. [CrossRef]


http://doi.org/10.1021/acs.jafc.8b01052
http://doi.org/10.1080/10408398.2020.1827219
http://doi.org/10.3390/ijms21186617
http://doi.org/10.3390/polym12051177
http://doi.org/10.1016/j.ijbiomac.2020.02.289

Molecules 2021, 26, 6013 15 of 16

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Alven, S.; Aderibigbe, B.A. Chitosan and cellulose-based hydrogels for wound management. Int. J. Mol. Sci. 2020, 21, 9656.
[CrossRef] [PubMed]

Anchisi, C.; Meloni, M.; Maccioni, A.M. Chitosan beads loaded with essential oils in cosmetic formulations. J. Cosmet. Sci. 2006,
57,205-214. [CrossRef] [PubMed]

Wang, H.; Qian, J.; Ding, F. Emerging chitosan-based films for food packaging applications. J. Agric. Food Chem. 2018, 66, 395-413.
[CrossRef] [PubMed]

Santos, V.P.; Marques, N.S.; Maia, P.C.; Lima, M.A.B.D.; Franco, L.D.O.; Campos-Takaki, G.M.D. Seafood waste as attractive
source of chitin and chitosan production and their applications. Int. J. Mol. Sci. 2020, 21, 4290. [CrossRef] [PubMed]
Chandrasekharan, A.; Hwang, Y.J.; Seong, K.-Y,; Park, S.; Kim, S.; Yang, S.Y. Acid-treated water-soluble chitosan suitable for
microneedle-assisted intracutaneous drug delivery. Pharmaceutics 2019, 11, 209. [CrossRef] [PubMed]

Bukzem, A.L.; Signini, R.; Dos Santos, D.M.; Lido, L.M.; Ascheri, D.P.R. Optimization of carboxymethyl chitosan synthesis using
response surface methodology and desirability function. Int. J. Biol. Macromol. 2016, 85, 615-624. [CrossRef] [PubMed]
Suriyatem, R.; Auras, R.A.; Rachtanapun, P. Improvement of mechanical properties and thermal stability of biodegradable rice
starch—based films blended with carboxymethyl chitosan. Ind. Crop. Prod. 2018, 122, 37-48. [CrossRef]

Suriyatem, R.; Auras, R.A.; Rachtanapun, C.; Rachtanapun, P. Biodegradable rice starch/carboxymethyl chitosan films with
added propolis extract for potential use as active food packaging. Polymers 2018, 10, 954. [CrossRef] [PubMed]

Li, Z.; Zhuang, X.P; Liu, X.F; Guan, Y.L.; De Yao, K. Study on antibacterial O-carboxymethylated chitosan/cellulose blend film
from LiCl/N, N-dimethylacetamide solution. Polymer 2002, 43, 1541-1547. [CrossRef]

Tantala, J.; Thongngam, M.; Rachtanapun, P.; Rachtanapun, C. Antimicrobial activity of chitosan and carboxymethyl chitosan
from difference types and sources of chitosan. Ital. ]. Food Sci. 2012, 24, 97-101.

Noiwan, D.; Sutenan, K.; Yodweingchai, C.; Rachtanapun, P. Postharvest life extension of fresh-cut mango (Mangifera indica cv.
Fa-Lun) using chitosan and carboxymethyl chitosan coating. J. Agric. Sci. 2018, 10, 438—446. [CrossRef]

Wannaruemon, S.; Jimtaisong, A.; Rachtananpun, P. Sodium carboxymethyl chitosan as a fixative for eau de cologne. Trop. J.
Pharm. Res. 2013, 12, 45-49. [CrossRef]

Rachtanapun, P,; Suriyatem, R. Moisture sorption isotherms of soy protein isolate/carboxymethyl chitosan blend films. . Agric.
Sci. Technol. A 2012, 2, 50.

Suriyatem, R.; Rachtanapun, C.; Raviyan, P; Intipunya, P.; Rachtanapun, P. Investigation and modeling of moisture sorption
behaviour of rice starch/carboxymethyl chitosan blend films. In Proceedings of the IOP Conference Series: Materials Science and
Engineering, Beijing, China, 16-18 May 2015; p. 012080.

Chaiwong, N.; Leelapornpisid, P.; Jantanasakulwong, K.; Rachtanapun, P.; Seesuriyachan, P.; Sakdatorn, V.; Leksawasdi, N.;
Phimolsiripol, Y. Antioxidant and moisturizing properties of carboxymethyl chitosan with different molecular weights. Polymers
2020, 12, 1445. [CrossRef]

Ding, F; Hu, B,; Lan, S.; Wang, H. Flexographic and screen printing of carboxymethyl chitosan based edible inks for food
packaging applications. Food Packag. Shelf Life 2020, 26, 100559. [CrossRef]

Abou-Zeid, N.; Waly, A.; Kandile, N.; Rushdy, A.; El-Sheikh, M.A.; Ibrahim, H. Carboxymethylchitosan/viscose blended films:
Preparation, characterization and antibacterial properties. . Mater. Sci. Eng. Adv. Technol. 2013, 7, 93-123.

Yeasmin, M.S.; Mondal, M.L.H. Synthesis of highly substituted carboxymethyl cellulose depending on cellulose particle size. Int.
J. Biol. Macromol. 2015, 80, 725-731. [CrossRef] [PubMed]

Stodolak-Zych, E.; Jelerr, P.; Dzierzkowska, E.; Krok-Borkowicz, M.; Zych, L.; Boguni, M.; Rapacz-Kmita, A.; Kolesiriska, B.
Modification of chitosan fibers with short peptides as a model of synthetic extracellular matrix. J. Mol. Struct. 2020, 1211, 128061.
[CrossRef]

Fernandes Queiroz, M.; Melo, K.R.T.; Sabry, D.A.; Sassaki, G.L.; Rocha, H.A.O. Does the use of chitosan contribute to oxalate
kidney stone formation? Mar. Drugs. 2015, 13, 141-158. [CrossRef] [PubMed]

Liu, H.; Yang, Q.; Zhang, L.; Zhuo, R.; Jiang, X. Synthesis of carboxymethyl chitin in aqueous solution and its thermo-and
pH-sensitive behaviors. Carbohydr. Polym. 2016, 137, 600-607. [CrossRef]

Tan, H.; Chu, C.R,; Payne, K.A.; Marra, K.G. Injectable in situ forming biodegradable chitosan-hyaluronic acid based hydrogels
for cartilage tissue engineering. Biomaterials 2009, 30, 2499-2506. [CrossRef] [PubMed]

Rachtanapun, P,; Klunklin, W.; Jantrawut, P.; Leksawasdi, N.; Jantanasakulwong, K.; Phimolsiripol, Y.; Seesuriyachan, P.; Chaiyaso,
T.; Ruksiriwanich, W.; Phongthai, S. Effect of Monochloroacetic Acid on Properties of Carboxymethyl Bacterial Cellulose Powder
and Film from Nata de Coco. Polymers 2021, 13, 488.

Klunklin, W.; Jantanasakulwong, K.; Phimolsiripol, Y.; Leksawasdi, N.; Seesuriyachan, P.; Chaiyaso, T.; Insomphun, C.; Phongthai,
S.; Jantrawut, P.; Sommano, S.R. Synthesis, characterization, and application of carboxymethyl cellulose from asparagus stalk end.
Polymers 2021, 13, 81.

Mohamed, R.R.; Seoudi, R.S.; Sabaa, M.W. Synthesis and characterization of cross-linked polyethylene glycol/carboxymethyl
chitosan hydrogels. Adv. Polym. Technol. 2015, 34, 21479. [CrossRef]

Sabaa, M.W.; Mohamed, N.A.; Mohamed, R.R.; Khalil, N.M.; Abd EI Latif, S.M. Synthesis, characterization and antimicrobial
activity of poly (N-vinyl imidazole) grafted carboxymethyl chitosan. Carbohydr. Polym. 2010, 79, 998-1005. [CrossRef]

Rahman, M.; Mondal, H.; Ibrahim, M.; Yeasmin, M.; Sayeed, M.A.; Hossain, M.A.; Ahmed, M.B. Conversion of lignocellulosic corn
agro-waste into cellulose derivative and its potential application as pharmaceutical excipient. Processes 2020, 8, 711. [CrossRef]


http://doi.org/10.3390/ijms21249656
http://www.ncbi.nlm.nih.gov/pubmed/33352826
http://doi.org/10.1111/j.1468-2494.2007.00371_1.x
http://www.ncbi.nlm.nih.gov/pubmed/16832571
http://doi.org/10.1021/acs.jafc.7b04528
http://www.ncbi.nlm.nih.gov/pubmed/29257871
http://doi.org/10.3390/ijms21124290
http://www.ncbi.nlm.nih.gov/pubmed/32560250
http://doi.org/10.3390/pharmaceutics11050209
http://www.ncbi.nlm.nih.gov/pubmed/31052596
http://doi.org/10.1016/j.ijbiomac.2016.01.017
http://www.ncbi.nlm.nih.gov/pubmed/26778157
http://doi.org/10.1016/j.indcrop.2018.05.047
http://doi.org/10.3390/polym10090954
http://www.ncbi.nlm.nih.gov/pubmed/30960879
http://doi.org/10.1016/S0032-3861(01)00699-1
http://doi.org/10.5539/jas.v10n8p438
http://doi.org/10.4314/tjpr.v12i1.8
http://doi.org/10.3390/polym12071445
http://doi.org/10.1016/j.fpsl.2020.100559
http://doi.org/10.1016/j.ijbiomac.2015.07.040
http://www.ncbi.nlm.nih.gov/pubmed/26210036
http://doi.org/10.1016/j.molstruc.2020.128061
http://doi.org/10.3390/md13010141
http://www.ncbi.nlm.nih.gov/pubmed/25551781
http://doi.org/10.1016/j.carbpol.2015.11.025
http://doi.org/10.1016/j.biomaterials.2008.12.080
http://www.ncbi.nlm.nih.gov/pubmed/19167750
http://doi.org/10.1002/adv.21479
http://doi.org/10.1016/j.carbpol.2009.10.024
http://doi.org/10.3390/pr8060711

Molecules 2021, 26, 6013 16 of 16

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

Patel, N.K,; Sinha, V.K. Synthesis, characterization and optimization of water-soluble chitosan derivatives. Int. |. Polym. Mater.
2009, 58, 548-560. [CrossRef]

Silcock, D. Collagen-based dressings as therapeutic agents for wound healing. In Drug-Device Combination Products; Elsevier:
Amsterdam, The Netherlands, 2010; pp. 280-310.

Rachtanapun, P.; Simasatitkul, P.; Chaiwan, W.; Watthanaworasakun, Y. Effect of sodium hydroxide concentration on properties
of carboxymethyl rice starch. Int. Food. Res. J. 2012, 19, 923.

Rachtanapun, P; Jantrawut, P; Klunklin, W.; Jantanasakulwong, K.; Phimolsiripol, Y.; Leksawasdi, N.; Seesuriyachan, P.; Chaiyaso,
T.; Insomphun, C.; Phongthai, S. Carboxymethyl bacterial cellulose from nata de coco: Effects of NaOH. Polymers 2021, 13, 348.
Joshi, G.; Naithani, S.; Varshney, V.; Bisht, S.S.; Rana, V.; Gupta, P. Synthesis and characterization of carboxymethyl cellulose from
office waste paper: A greener approach towards waste management. Waste Manag. 2015, 38, 33—40. [CrossRef] [PubMed]
Pushpamalar, V.; Langford, S.J.; Ahmad, M.; Lim, Y.Y. Optimization of reaction conditions for preparing carboxymethyl cellulose
from sago waste. Carbohydr. Polym. 2006, 64, 312-318. [CrossRef]

Barai, B.K.; Singhal, R.S.; Kulkarni, P. Optimization of a process for preparing carboxymethyl cellulose from water hyacinth
(Eichornia crassipes). Carbohydr. Polym. 1997, 32, 229-231. [CrossRef]

Ismail, N.; Bono, A.; Valintinus, A.; Nilus, S.; Chng, L. Optimization of reaction conditions for preparing carboxymethyl cellulose.
J. Appl. Sci. 2010, 10, 2530-2536. [CrossRef]

Ge, H.-C.; Luo, D.-K. Preparation of carboxymethyl chitosan in aqueous solution under microwave irradiation. Carbohydr. Res.
2005, 340, 1351-1356. [CrossRef] [PubMed]

Chen, L.; Du, Y.; Zeng, X. Relationships between the molecular structure and moisture-absorption and moisture-retention abilities
of carboxymethyl chitosan: II. Effect of degree of deacetylation and carboxymethylation. Carbohydr. Res. 2003, 338, 333-340.
[CrossRef]

Thanakkasaranee, S.; Kim, D.; Seo, J. Preparation and characterization of poly (ether-block-amide)/polyethylene glycol composite
films with temperature-dependent permeation. Polymers 2018, 10, 225. [CrossRef] [PubMed]

Carraher, C.E,, Jr.; Seymour, R. Structure—Property Relationships in Polymers; Springer Science & Business Media: New York, NY,
USA, 2012.

Tantala, ].; Rachtanapun, C.; Rachtanapun, P. Effect of molecular sizes, sources of chitosan and plasticizer types on properties of
carboxymethyl chitosan films. Adv. Mater. Res. 2012, 506, 611-614. [CrossRef]

Wu, J.; Zhong, F; Li, Y.; Shoemaker, C.; Xia, W. Preparation and characterization of pullulan—chitosan and pullulan-carboxymethyl
chitosan blended films. Food Hydrocoll. 2013, 30, 82-91. [CrossRef]

Rachtanapun, P; Rattanapanone, N. Synthesis and characterization of carboxymethyl cellulose powder and films from Mimosa
pigra. |. Appl. Polym. Sci. 2011, 122, 3218-3226. [CrossRef]

Kim, S.R.B.; Choi, Y.-G.; Kim, J.-Y.; Lim, S.-T. Improvement of water solubility and humidity stability of tapioca starch film by
incorporating various gums. J. Appl. Polym. Sci. 2015, 64, 475-482. [CrossRef]

Wang, K.; Wang, W.; Ye, R;; Liu, A.; Xiao, J.; Liu, Y.; Zhao, Y. Mechanical properties and solubility in water of corn starch-collagen
composite films: Effect of starch type and concentrations. Food Chem. 2017, 216, 209-216. [CrossRef]

Tantala, J.; Rachtanapun, C.; Tongdeesoontorn, W.; Jantanasakulwong, K.; Rachtanapun, P. Moisture sorption isotherms and
prediction models of carboxymethyl chitosan films from different sources with various plasticizers. Adv. Mater. Sci. Eng. 2019,
2019, 4082439. [CrossRef]

Pirsa, S.; Aghbolagh Sharifi, K. A review of the applications of bioproteins in the preparation of biodegradable films and polymers.
J. Phys. Chem. Lett. 2020, 1, 47-58.

Rachtanapun, P.; Luangkamin, S.; Tanprasert, K.; Suriyatem, R. Carboxymethyl cellulose film from durian rind. LWT Food Sci.
Technol. 2012, 48, 52-58. [CrossRef]


http://doi.org/10.1080/00914030903035394
http://doi.org/10.1016/j.wasman.2014.11.015
http://www.ncbi.nlm.nih.gov/pubmed/25543195
http://doi.org/10.1016/j.carbpol.2005.12.003
http://doi.org/10.1016/S0144-8617(96)00166-X
http://doi.org/10.3923/jas.2010.2530.2536
http://doi.org/10.1016/j.carres.2005.02.025
http://www.ncbi.nlm.nih.gov/pubmed/15854605
http://doi.org/10.1016/S0008-6215(02)00462-7
http://doi.org/10.3390/polym10020225
http://www.ncbi.nlm.nih.gov/pubmed/30966260
http://doi.org/10.4028/www.scientific.net/AMR.506.611
http://doi.org/10.1016/j.foodhyd.2012.04.002
http://doi.org/10.1002/app.34316
http://doi.org/10.1016/j.lwt.2015.05.009
http://doi.org/10.1016/j.foodchem.2016.08.048
http://doi.org/10.1155/2019/4082439
http://doi.org/10.1016/j.lwt.2012.02.029

	Introduction 
	Results and Discussion 
	Chemical Structure 
	Morphology of Chitosan and CMCh Powders 
	Yield of CMCh Powders 
	DS and Water Solubility of CMCh Powders 
	Morphology of CMCh Films 
	Mechanical Properties of CMCh Films 
	Contact Angle of CMCh Films 
	Water Solubility and Water Vapor Transmission Rate of CMCh Films 

	Materials and Methods 
	Materials 
	Synthesis of CMCh Powders 
	Preparation of CMCh Films 
	Characterizations 
	Infrared Spectroscopy 
	Morphology of Powders 
	DS 
	Water Solubility of CMCh Powders 
	Morphology of CMCh Films 
	Mechanical Properties of CMCh Films 
	Water Solubility of CMCh Films 
	Contact Angle of CMCh Films 
	WVTR 


	Conclusions 
	References

