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Abstract: Chitin-glucan complex (CGC) is a copolymer composed of chitin and glucan moieties
extracted from the cell-walls of several yeasts and fungi. Despite its proven valuable properties, that
include antibacterial, antioxidant and anticancer activity, the utilization of CGC in many applications
is hindered by its insolubility in water and most solvents. In this study, NaOH/urea solvent systems
were used for the first time for solubilization of CGC extracted from the yeast Komagataella pastoris.
Different NaOH/urea ratios (6:8, 8:4 and 11:4 (w/w), respectively) were used to obtain aqueous
solutions using a freeze/thaw procedure. There was an overall solubilization of 63-68%, with the
highest solubilization rate obtained for the highest tested urea concentration (8 wt%). The regenerated
polymer, obtained by dialysis of the alkali solutions followed by lyophilization, formed porous
macrostructures characterized by a chemical composition similar to that of the starting co-polymer,
although the acetylation degree decreased from 61.3% to 33.9-50.6%, indicating that chitin was
converted into chitosan, yielding chitosan-glucan complex (ChGC). Consistent with this, there was
a reduction of the crystallinity index and thermal degradation temperature. Given these results, this
study reports a simple and green procedure to solubilize CGC and obtain aqueous ChGC solutions
that can be processed as novel biomaterials.

Keywords: chitin-glucan complex (CGC); chitosan-glucan complex (ChGC); NaOH/urea solvent
systems; dissolution; structural analysis; thermal properties

1. Introduction

Chitin-glucan complex (CGC), a copolymer composed of chitin (N-acetyl-D-glucosamine polymer)
and glucan (glucose homopolymer) moieties linked through (3-(1,3) and (3-(1,6) glycosidic linkages [1,2],
is the main component of the inner cell wall of yeasts and fungi, contributing for the stiffness and stability
of the cells [1,3]. Therefore, those microorganisms can be a source of CGC, whose biodegradability
and biocompatibility, combined with its inherent bioactivity, render this biopolymer interesting for
high-value applications. In fact, CGC of microbial origin has been reported to possess antibacterial [4],
antioxidant [5] and anticancer activity [6], and has been used as an anti-aging component in cosmetics
formulations [2], as a food additive [7], in wound dressings [8] and in pharmaceuticals for the treatment
of obesity and diabetes [9].
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Despite its proven properties, the utilization of CGC in a broader range of applications
is still hindered by its insolubility in water and most organic and inorganic solvents [10,11].
Like chitin and cellulose, CGC solubility is limited to toxic and/or corrosive polar solvents (e.g.,
dimethylacetamide/LiCl) [12,13] and the resulting solutions are often unstable, which makes difficult
their processing. CGC’s insolubility is caused by inter- and intramolecular hydrogen bonds established
between CGC chains and the strong covalent linkages between 3-glucan and chitin [14]. In order
to improve CGC solubility, chemical modification (e.g., carboxymethylation) [15,16], and physical
methods (e.g., sonication) that induce depolymerization [10], have been developed. However, those
modifications may alter the physical-chemical properties of the original biopolymer, such as its
biodegradability and bioactivity. Other strategies include the use of alternative solvents, such as ionic
liquids (ILs), although some degree of CGC degradation was noticed as well [17].

In recent years, alkaline solvent systems, mainly based on NaOH or KOH, have been proposed for
the dissolution of crustacean chitin [18,19], 3-glucans [20,21] and cellulose [22,23] from plant sources,
and yeast CGC [24]. The addition of urea to the alkali solution was reported to enhance the polymers’
solubilization by disrupting the inter- and intramolecular hydrogen bonds [25,26]. Moreover, it was
reported that low temperature steps (below freezing point of the solvent system) plays an important
role in the solubilization process. At such low temperatures, the hydrated alkali component disrupts
the polymer chain matrix by breaking the hydrogen bonds and allowing the formation of new ones.
This yields a stable structure composed of the polymer chain associated with the alkali component and
water clusters [25,27]. The solubilization of the polymer chains is allowed by the volume expansion of
the matrix upon freezing-induced strength and disruption of the hydrogen bonds.

In this study, NaOH/urea solvent systems were used for the first time for solubilization of
CGC extracted from Komagataella pastoris biomass and the preparation of aqueous solutions, using
a freeze/thaw procedure. Several concentrations of NaOH and urea were tested, and the rheological
properties of the resulting solutions were studied. Moreover, the CGC was regenerated from such
solutions and the resulting polymers were characterized in terms of acetylation degree, structural and
thermal properties.

2. Materials and Methods

2.1. Materials

Yeast biomass was obtained by cultivation of Komagataella pastoris DSM 70877 using glycerol as the
sole carbon source, as described by Farinha et al. [28]. CGC was extracted from K. pastoris biomass by
the hot alkaline extraction procedure described by Araujo et al. [29], with slight modifications. Briefly,
1 L culture broth was mixed with 1 L NaOH 2 mol/L (to yield a suspension with a NaOH concentration
of 1 mol/L) and treated at 65 °C for 2 h, under constant stirring. After centrifugation (13,000x g, 15 min),
the alkaline-insoluble material was re-suspended in deionized water (200 mL), neutralized with
H,504 95% (Sigma-Aldrich, St. Louis, MO, USA) and washed repeatedly until constant conductivity
values were reached (below 50 uS/cm), keeping a neutral pH. The CGC thus obtained was freeze
dried (ScanVac CoolSafe™, LaboGene, Lillerad, Denmark) at —110 °C for 48 h, and stored at room
temperature in a closed vessel. NaOH pellets (99% purity) and urea (99% purity) were purchase from
AzkoNobel (Amsterdam, the Netherlands) and Panreac (Barcelona, Spain), respectively.

2.2. CGC Dissolution in NaOH/Urea Solvent Systems

Three different NaOH/urea solvent systems were prepared with varying concentrations of each
solute (Table 1). The selected NaOH/urea ratios were reported for solubilisation of crustacean chitin
and/or cellulose [18,26,30-32]. For the dissolution experiments, the CGC powder (0.5 g) was dispersed
in the solvent systems (25 g) and the suspensions were kept at =20 °C for 48 h. During this period,
four freeze-thaw cycles were performed in which the thawed suspensions were extensively stirred (at
500 rpm, for 1 h), at room temperature. The insoluble fractions of the suspensions were separated from



Bioengineering 2020, 7, 28 30f13

the soluble ones (first soluble fractions, coded as CGCy 1, CGC, 1 and CGCj 1, for solvent systems 1, 2
and 3, respectively) by centrifugation (20,000 g, 30 min, 4 °C). The obtained insoluble fraction was
re-suspended in fresh NaOH/urea solvent system and subjected to the same freeze-thawing process
to obtain a second soluble fraction (coded as CGC;, CGC;, and CGCj)y, for solvent systems 1, 2
and 3, respectively).

2.3. Polymer Regeneration

All soluble fractions were subjected to dialysis with a 12,000 MWCO membrane (Nadir® dialysis
tubing, Carl Roth, Karlsruhe, Germany) against deionized water, until neutral pH and constant
conductivity values (20 uS/cm) were achieved. The samples were freeze dried and kept in closed
vessels, at room temperature.

The overall polymer solubility (Sa) in each solvent system was determined by Equation (1):

Sa = (W1 + W3)/Winitia1) X 100, 1)

where W is the weight (g) of first soluble fraction, W, is the weight (g) of second soluble fraction and
Winitial is the initial polymer weight (g). All experiments were performed in triplicate.

2.4. Rheological Properties of the Polymer Solutions

The rheological properties of solutions obtained with the three solvent systems were assessed using
a controlled stress rheometer (HAAKE MARSIII, Thermo Scientific, Waltham, MA, USA) equipped
with a cone-plate geometry (diameter 3.5 mm, angle 2°), with a gap of 0.1 mm. The samples were
equilibrated at 20 °C, for 5 min, after which the flow curves were performed using a steady state flow
ramp in the shear rate of 10-1000 s~!. The viscoelastic properties were evaluated by carrying out stress
sweeps at a constant frequency (1 Hz) for a stress range from 10~ to 1000 Pa; and frequency sweeps at
a constant tension within the linear viscoelastic region, for a frequency range from 1073 to 1 Hz.

2.5. Characterization of the Regenerated Polymer

2.5.1. Elemental Analysis and Degree of Acetylation

Elemental analysis of the regenerated samples was performed by a Flash EA 1112 Series CHNS
analyzer (Thermo Scientific). The chitin content (Q, %) was calculated based on the samples’ nitrogen
content (%), using the following formula, Equation (2) [33]:

Q=14.19N, 2)

where N is the nitrogen content (%) in the sample.
The degree of acetylation (DA, %) was calculated by the following formula, Equation (3) [18]:

DA = ((C/N - 5.14)/1.72) x 100%, ®)
where C/N is the ratio (%) of carbon to nitrogen contents, as determined by elemental analysis.

2.5.2. Fourier Transform Infrared Spectroscopy

Fourier transform infrared spectroscopy (FI-IR) was performed using a Nicolet 6700 FT-IR
(Thermo Electron Corporation, Waltham, MA, USA) with a diamond crystal attenuated total reflectance
(ATR) accessory.
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2.5.3. X-ray Diffraction Profiles

X-Ray Diffraction (XRD) was performed with a diffractometer (X'Pert Pro, PANalytical, Almelo,
The Netherlands) with a CuK« target and wavelength of 1.5406 A. The crystallinity index (CI, %) of
the samples was determined by Equation (4) [28]:

CI (%) = ((I110 — Lam)/T110) X 100, 4)

where 119 is the maximum intensity of the (110) peak at a 20 angle around 19° and L., is the intensity
of the amorphous diffraction at 20 = 16°, corresponding to the minimum of intensity.

2.5.4. Thermal Properties

Differential Scanning Calorimetry-Thermogravimetry analysis (DSC-TGA) was performed
with a Simultaneous Thermal Analyser (STA 449 F3 Jupiter, NETZSCH Thermal Analysis,
Wittelsbacherstrafie, Germany), in an air atmosphere, with a heating rate of 20 °C/min, from 0
to 500 °C.

3. Results and Discussion

3.1. Preparation of CGC Solutions in NaOH/urea Solvent Systems

Previous studies reported the solubilization of yeast CGC, in alkali solutions (NaOH, KOH)
for the preparation of hydrogels [24]. Moreover, it has been described that the addition of urea in
aqueous alkali solutions improves the solubility and stability of cellulose [34] and crustacean chitin [18].
Therefore, in this study three solvent systems based on NaOH and urea at different ratios (6:8, 8:4
and 11:4 wt%, for solvent systems 1, 2 and 3, respectively) (Table 1) were prepared and tested to
obtain CGC aqueous solutions using freeze/thaw procedures described for solubilisation of crustacean
chitin [18,30,31] and cellulose [26,32].

CGC solubilization was observed for all tested solvent systems (Figure 1), although with slightly
different solubility rates (Table 1). As shown in Figure 1, the obtained CGC solutions were opaque and
presented a yellowish coloration (Figure 1A). After removal of the insoluble fraction, the solutions
became translucid but kept the yellow color, which might be due to the presence of impurities
(Figure 1B). During the dialysis process, impurities were removed and CGC solutions became white
and opaque (Figure 1C).

Figure 1. Macroscopic aspect of: (A) initial CGC suspensions in the three NaOH/urea solvent systems;
(B) the CGC solutions obtained after removal of the insoluble fraction by centrifugation; (C) the

corresponding CGC solutions after dialysis against deionized water. Solvent systems 1, 2 and 3 are
represented by the numbers 1, 2 and 3, respectively.
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Table 1. Solubilized CGC mass, polymer concentration and overall solubilization of the soluble fractions
in different NaOH/urea solvent systems.

Solvent NaOH:Urea Starting Fraction Solubilized Polymer_ Solubility Over_a %l
System  (wt%:wt%) Polymer Solution Polymer Concentration %) Solubility
Yy *WHS! " Mass (mg) Mass (mg) (Wt%) ° (%)
' CGCy 1 275.8 + 4.1 138 £0.2 54.7 + 1.4
! 68 004251 oo, 67209 34401 133+03 08017
' CGCy1q 275.4 + 6.0 138 +0.3 544 +17
2 84 206047 6, 54.4 +10.8 27405 107420 02%03
_ CGC31 258.3 +22.3 129 +1.1 514 + 4.6
3 14 2712 ooy, 78275 29404 1n5+15 02931

The highest overall solubility (68.0 + 1.7%) was obtained to solvent system 1 that contained the
highest urea concentration (8 wt%) and the lowest NaOH concentration (6 wt%), suggesting that urea
contributes for CGC solubilization. The same solvent system was reported to result in significantly
lower solubility for shrimp shell chitin and cotton linter cellulose (30.0 and 36.1%, respectively) [18,26],
even if only the first soluble fraction is considered (57.0 + 1.4%).

The use of solvent systems 2 and 3, which had lower urea concentration (4 wt%) and higher NaOH
concentrations (8 and 11 wt%, respectively), resulted in similar overall solubility values (65.2 + 0.3 and
62.9 + 3.1%, respectively) (Table 1). These results seem to indicate that increasing NaOH concentration
in the solvent system, for the same urea concentration, has no significant impact on CGC solubilization.
Hu et al. [18] and Zhou et al. [26] tested solvent system 2 for solubilization of shrimp shell chitin and
cotton linter cellulose, respectively, achieving contrasting results. While a high solubility rate was
reported for chitin in this solvent (85.0%) [18], a low solubility was obtained for cellulose (40.5%) [26].

These findings may be related to the differing nature of the macromolecules under study, namely,
chitin, cellulose and CGC, which have distinct composition and molecular structures. Moreover,
different procedures were adopted for chitin and cellulose solubilisation, namely, the initial polymer
content, the number of freeze-thaw cycles and the exposure time to the solvent at low temperature,
which have probably also influenced the reported results.

These results demonstrate that the tested NaOH/urea solvent systems were suitable to achieve
high CGC solubilization, yielding solutions (first soluble fractions CGCj 1, CGCy 1 and CGCj 1) with
polymer concentrations of 12.9 + 1.1 wt% and 13.8 + 0.2 wt% (Table 1). Furthermore, most of the
polymer was solubilized during the first solubilization step since lower polymer concentrations were
obtained in the second soluble fractions (below 3.4 + 0.1 wt%).

The polymer concentration in the first soluble fractions for all tested solvent systems are within
the range of those reported for crustacean chitin and cellulose using different types of solvents.
In fact, similar polymer concentration (14%) was reported for the solubilization of chitin crab shell in
dimethylacetamide/LiCl [35]. Lower values were also obtained using green solvents, such as deep
eutectic solvents (DES) and ILs. Sharma et al. [36] reported the dissolution of crab chitin and cellulose
in DES that resulted in concentration below 8 wt%. On the other hand, shrimp chitin solubilization in
1-ethyl-3-methyl-imidazolium bromide ([Emim][Br]) resulted in polymer concentrations of 12% [37].

3.2. Rheological Behavior of the Solutions

The rheological behavior of the first soluble fractions of CGC in each NaOH/urea solvent system
(CGCq1, CGCy 1 and CGC31) is shown in Figures 2 and 3. The second soluble fraction was not analyzed
due to their considerably low polymer concentrations.
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Figure 2. Apparent viscosity of first soluble fractions of CGC1 (m), CGC2 (A) and CGC3 (®), and solvent
systems 1 (O), 2 (4) and 3 (<), measured at 20 °C.

The flow curves of the three solutions (Figure 2) had a similar behavior with a constant apparent
viscosity at low shear rates (characteristics of Newtonian fluids), followed by a slightly decrease in
apparent viscosity values with the increase of the shear rate (shear-thinning behavior). As shown
in Figure 2, solution CGCy 1 approaches a Newtonian plateau at 11.6-12.9 mPa-s, while CGC, 1 and
CGC3 solutions approached this plateau at higher values (19.1-19.5 and 24.6-25.2 mPa-s, respectively).

Similar flow behavior was reported by Hu et al. [18] for shrimp chitin solutions in NaOH/urea at
a concentration of 2 wt%. In that study, the solutions were reported to exhibit a Newtonian plateau at
low shear rates (0.1-1.0 s71), followed by a shear-thinning behavior with the increase of shear rate [19].
The observed flow behavior of the polymer solutions was not due to the solvent systems that exhibited
a quite low viscosity (below 2.2 mPa.s) and no shear thinning behavior (Figure 2).

Figure 2 shows that solution CGCj ; presented the lowest apparent viscosity values (11.7 mPa-s,
at 13.3 s71), while CGC,; and CGC3; had slightly higher values (19.5 and 25.2 mPa-s at 13.3 s71,
respectively). Since the polymer concentration was similar for all three solutions (12.91-13.79 wt%),
these results might suggest that the flow behavior was influenced by the solvent systems’ composition.
The low concentration of NaOH (6 wt%) and high urea content (8 wt%) present in solvent 1 might have
prevented the interaction of the polymer macromolecules, thus decreasing the viscosity of solution
CGCy 1. Similar behavior was reported by Huber et al. [38] for cellulose solutions in NaOH/urea,
in which a viscosity reduction of almost 40% was observed by increasing the urea concentration in
the solvent.

On the other hand, increasing the concentration of NaOH in solvent systems 2 and 3 (to 8 and 11
wt%, respectively) has apparently led to higher apparent viscosity in solutions CGC;; and CGCj4
(Figure 2). The increasing ionic strength of these solutions may have contributed to the higher apparent
viscosity observed.

The mechanical spectra (Figure 3) revealed that all the solutions presented a loss modulus (G”)
considerably higher than the storage modulus (G’), both highly dependent on the frequency. This result
is indicative of liquid-like fluids behavior, since the polymer solutions show a higher viscous behavior
than the elastic one. As the frequency increases, both moduli tend to the same value. A similar
trend was reported for chitin in NaOH/urea aqueous solution. Hu et al. [39] demonstrated that chitin
solutions with concentration range from 0.5 to 1.5% also present values of G” higher than G’ for low
frequency values. In the case of chitin solutions, at low concentrations (0.5 and 1%) both moduli have
different values at frequency 1 Hz which is consistent with a dilute solution. Once concentration is
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increased to 1.5%, analogous with the results obtained for CGC solutions, a cross-over is observed at
a frequency below 1 Hz.
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Figure 3. Viscoelastic properties of first soluble fractions of CGC1 (m), CGC2 (a) and CGC3 (®).
Mechanical spectrum storage [G’ (full symbols)] and loss moduli [G” (open symbols)].

3.3. Characterization of the Regenerated Polymer

3.3.1. Elemental Analysis and Degree of Acetylation

The polymers regenerated from the soluble fractions in solvent systems 1 (CGC; ; and CGCj ),
2 (CGCy1 and CGCyy) and 3 (CGC3 1 and CGC3,) were characterized in terms of their physical and
chemical composition. Table 2 shows the chemical characterization of the original CGC (CGCy) and
the polymers regenerated from all solutions.

Table 2. Chemical characterization of the original CGC (CGCp) and polymer samples regenerated from
the NaOH/urea solvent systems (DA, degree of acetylation).

Elemental Analysis (%)

Sample Chitin Content (%) DA (%)
C H N

CGCy 43.6 +0.05 7.2 +£0.05 1.7 £ 0.01 23.8 £0.10 61.3 £0.41
CGCq 1 404 £0.17 7.2 +0.05 1.3+0.15 18.8 £ 2.11 34.5+1.40
CGCy, 42.0 £0.09 72+0.10 1.5+0.03 21.7 £ 0.40 47.6 £0.76
CGCy 4 403 +0.12 7.2 +0.09 1.5+0.03 20.7 + 0.40 33.9 + 0.99
CGCya 41.6 +0.35 7.0+ 0.18 1.9+0.16 26.5 +£2.31 44.8 +2.86
CGC3 412 £0.22 7.1+ 0.06 1.7 +£0.18 234 +£2.61 41.6 £1.81
CGCj, 423 +0.12 6.9 + 0.06 23 +0.11 32.8 £1.61 50.6 £ 0.99

The chitin content of the original CGCy, as determined based on the elemental analysis data,
was 23.8 + 0.10%. The first soluble fractions (CGC; 1, CGCy 1 and CGCj 1) had lower chitin contents
(18.8 £ 2.11, 20.7 + 0.40 and 23.4 + 2.61%, respectively, Table 2). Interestingly, the second soluble
fractions (CGCj p, CGCy; and CGC3,) were apparently richer in chitin, with higher content values
(21.7 £ 0.40, 26.5 + 2.31 and 32.8 + 1.61%, respectively) than the first soluble ones. This might be
explained by the fact that the CGCy sample was probably composed of polymer chains of different
composition in terms of chitin:glucan ratio, which may have been solubilized differently during the
freeze/thaw procedure. It is likely that the macromolecule chains with a lower chitin:glucan ratio were
more easily solubilized, thus resulting in solutions with lower chitin content (i.e., the first soluble
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fractions CGCy 1, CGCy 1 and CGCj 1), while the chains with higher chitin:glucan ratio only solubilized
later, during the second solubilization step (i.e., the second soluble fractions CGC; , CGCy, and
CGCs).

On the other hand, it can be also observed that the chitin content of the regenerated polymers
increased as the NaOH concentration in the solvent systems increased (Table 2). In fact, as the NaOH
concentration increased (6, 8 and 11%, in solvents 1, 2 and 3, respectively), the chitin content of the
corresponding regenerated polymers also increased (18.8 + 2.11, 20.7 + 0.40 and 23.4 + 2.61% for the
first soluble fractions, and 21.7 + 0.40, 26.5 = 2.31 and 32.8 + 1.61% for the second soluble fractions).
These results are in accordance with the study reported by Hu et al. [18], in which the solubilization of
chitin was improved from 30% to 85% by increasing the NaOH concentration by 2% in the NaOH/urea
solvent system.

The dissolution process had a significant impact on the chitin acetylation degree. Initially, CGCy
presented a DA of 61.3 + 0.41%, while the regenerated polymers presented lower values of acetylation
degree (between 33.9 + 0.99 and 50.6 + 0.99%) indicating that chitin was converted into chitosan, its
soluble and N-deacetylated derivative [40,41]. Focusing on the regenerated polymers, concomitant
with the values obtained for chitin content, the second soluble fractions display higher degree of
acetylation when comparing with the first ones (Table 2). According to these results, it can be suggested
that chitin molecules with higher concentration of N-acetyl-glucosamine monomers on their structure
are more difficult to solubilise and it was only possible after the second dissolution phase.

3.3.2. Fourier Transform Infrared Spectroscopy

The FTIR spectra of the CGCy and the co-polymers regenerated from the NaOH/urea solvent
systems are presented in Figure 4. Despite the structural differences related with the chitin deacetylation,
no significant impact on the chemical structure was noticed. All spectra presented a broad and intense
band around 3400 cm™~! (Figure 4), characteristic of O-H stretching of hydroxyl groups, which is
common to chitin/chitosan and glucan polymers [16,42,43]. As reported by Farinha et al. [28], this band
overlaps the N-H (asymmetric) and N-H (symmetric) stretching peaks. Two peaks, corresponding to
the C-H stretching of CH; and CH, groups, appear at 2916 and 2848 cm™!, respectively. For CGCy,
the intensity of those peaks is higher, when comparing with the spectra of the regenerated polymers
CGC1, CGC2 and CGC3. This difference was expected since these peaks are more evident in chitin
than chitosan [44]. Additionally, it can be noticed that a decrease in the absorption at around 1650 cm ™!
occurs for the regenerated polymers, which is associated with the frequency of the vibration modes
of amide I (Figure 4). This reduction in intensity is higher for the first soluble fractions, which is
concomitant with the lower chitin content of CGC; 1, CGCp 1 and CGCj; polymers (Table 2). Similarly,
the N-H deformation of amide IT and C-N stretching in amide I1I (1550 and 1311 cm™", respectively) [45]
which are present in all the spectra but with low intensity in the CGC; 1, CGCy 1 and CGCj3 ;.
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Figure 4. FTIR spectra of CGCy and the polymer regenerated from the soluble fractions of CGC in:
(A) solvent system 1 (CGCy 1 and CGCy ), (B) solvent system 2 (CGCp 1 and CGC5 ;) and (C) solvent
system 3 (CGCj3 1 and CGCj),).
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The nature of the linkages between -glucan units can also be assessed by FTIR spectroscopy [43].
As described by Farinha et al. [28], 3-1,3-glucan linkages are represented by small peaks at 890, 1156
and 1370 cm™! and characteristic peaks of 3-1,6-glucans linkage are noticed around 920, 1045 and
1730 cm™!. Figure 4 shows that all the polymers presented the small peaks assigned to 3-1,3-glucans
linkages. However, due to the low content of (3-1,6-glucans in K. pastoris CGC, the peaks attributed to
this linkage are vague and doubtful in all the spectra, including in CGC,.

3.3.3. XRD Analysis

Similar XRD patterns were obtained for CGCy and the regenerated polymers (Figure 5).
The diffractograms of all the polymers presented a broad peak around 26 ~ 20°, which is characteristic
of amorphous polymers [46]. These results are in accordance with Farinha et al. [28] that reported
a large peak at this region for K. pastoris CGC. The authors described the amorphous nature of chitin
and glucan co-polymers mainly due to the presence of high 3-glucan contents.

CGC, . A CGC, B CGC, ; C
~ |CGCy, CGCy, CGCs,
=
E
.
."u,.."'
8
g

CGC, - CGC,, CGCs,

10 20 30 40 10 20 30 40 10 20 30 40

20 (Degree) 26 (Degree) 20 (Degree)

Figure 5. X-ray diffraction profiles of CGCy and the polymer regenerated from the soluble fractions of

CGC in: (A) solvent systems 1 (CGCy 1 and CGCjy ), (B) solvent systems 2 (CGCp 1 and CGC; ) and
(C) solvent systems 3 (CGC3 1 and CGCs ).

Nevertheless, the peak intensity was different for CGCy and the regenerated polymers, reflecting
differences in the polymers’ crystallinity. The CI of CGCy determined based on the XRD data was 35%.
This value is lower than the one reported in the literature for CGC from K. pastoris (50%) composed
of 24.6 mol% of chitin [28]. Despite this difference, the low crystallinity value was expected due to
the presence of 3-glucans within the co-polymer’s structure. Considering the regenerated polymers,

apparently the exposure to the NaOH/urea solvent systems and the dissolution procedure, led to
a decrease in the CI to 23-32% (Table 3).

Table 3. Degradation temperature (Tdeg) and crystallinity index (CI) of the original. CGC (CGCyp) and
polymer samples regenerated from the NaOH/urea solvent systems.

Sample CGCy CGCy1 CGCpa CGCpy CGCp, CGCsy  CGCsa
Teg (°C) 302 250 293 256 300 267 302
CI (%) 35 28 30 32 32 23 25
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These results may be related with the DA of the polymers. As suggested by Kumirska et al. [47],
lower DA values lead to a decrease of the intensity of the peak and, consequently, to a decrease in
crystallinity. Additionally, Seoudi and Nada [48] reported that CI of chitin crab shell decreased after
treatment with NaOH, which caused hydrolysis of acetamide groups. Similar results were obtained

for cellulose, where a decrease of around 8% in CI was verified after the dissolution with NaOH/urea
aqueous solution [49].

3.3.4. Thermal Properties

The TGA demonstrates that CGCy and the regenerated polymers exhibited similar profiles,
comprising three of thermal degradation steps. The main degradation (Am ~ 60%) proceeds in the
second step that occurs between 220 and 320 °C, corresponding to the degradation of saccharide
structure including dehydration of the saccharide rings, depolymerisation of the branched part of the
molecules and decomposition of acetylated and deacetylated units of chitin [28]. The third degradation
step occurring at temperatures above 320 °C might be related to the destruction of pyranose rings.

For CGCy, the degradation temperature (Tqeg) was 302 °C and there was a char yield of 26%, at

550 °C (Figure 6). The results are in accordance with the ones reported by Farinha et al. [28] where the
Tgeg of CGC from K. pastoris was found to be 315 °C.

100

P r (A
e — “

60

Weight (%0)

40 f

-~
-

100 200 300 400 500 100 200 300 400 500 100 200 300 400 500
Temperature (°C) Temperature (°C) Temperature (°C)

Figure 6. Thermogravimetric analysis (TGA) of the polymers: CGC1 (A), CGC2 (B) and CGC3 (C).

Continuous line represents CGCy; Dotted and dashed lines corresponds to first and second soluble
fractions, respectively.

The polymers regenerated from the first soluble fractions (CGCy 1, CGC; 1 and CGCjs 1) had lower
Tgeg (250 °C, 256 °C and 267 °C, respectively). This result is probably due to the lower DA (33.9-41.6%)
and CI (23-32%) of those polymers compared to CGCj (DA = 61.3% and CI = 35%). On the other
hand, the polymers regenerated from the second soluble fractions (CGC;,, CGCy and CGCs)),
owing to the higher DA (44.8-50.6%) and CI (25-32%), had higher Tqeg (293-302 °C) similar to CGCy
(302 °C). As expected, these results revealed the lower thermal stability of the regenerated polymers

is a consequence of the decreased acetyl content since chitosan molecules are known for their lower
thermal stability compared to chitin [50].

4. Conclusions

Three different water based solvent systems were designed to dissolve CGC, a biopolymer known
for its intractability due to insolubility in water and most organic solvents. High polymer solubility
(over 60%) was achieved for all the tested solvent systems. The solutions rheological properties showed
similar shear thinning behavior with Newtonian plateaus at shear rates between 13.3 and 21.5 sl
and liquid-like fluid behavior for all solutions. The characterization of the regenerated polymers
obtained by freeze drying the solutions indicated that the original CGC co-polymer was deacetylated,
yielding chitosan-glucan complex (ChGC) that was characterized by lower crystallinity and lower
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Tgeg- This study demonstrated the feasibility of using a water based green solvent to dissolve CGC,
thus opening up for the possibility of processing this biopolymer in different areas of application as
a novel biomaterial.

Author Contributions: Conceptualization, D.A. and EF; investigation, D.A., A.C.M. and V.D.A.; writing—original
draft preparation, D.A.; writing—review and editing, E.F.,, EE, M. AM.R., V.D.A ; supervision, EF. and M. AM.R.
All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by the Applied Molecular Biosciences Unit — UCIBIO, Linking Landscape,
Environment, Agriculture and Food (LEAF) and Materials Research Center, CENIMATIi3N, which are financed by
national funds from FCT, grant numbers UIDB/04378/2020, UID/AGR/04129/2020 and UID/CTM/50025/2019. D.A.
and A.C.M. acknowledge FCT for grants BD/140829/2018 and SFRH/BD/115173/2016, respectively.

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

References

1.  Meichik, N.R.; Vorob’ev, D.V. Chitin-glucan complex in cell walls of Peltigera aphthosa lichen. Appl. Biochem.
Microbiol. 2012, 48, 307-311. [CrossRef]

2. Gautier, S.; Xhauflaire-Uhoda, E.; Gonry, P,; Pierard, G.E. Chitin-glucan, a natural cell scaffold for skin
moisturization and rejuvenation. Int. J. Cosmet. Sci. 2008, 30, 459-469. [CrossRef]

3. Roca, C.; Chagas, B.; Farinha, I; Freitas, F.; Mafra, L.; Aguiar, F; Oliveira, R.; Reis, M.A.M. Production of yeast
chitin-glucan complex from biodiesel industry byproduct. Proc. Biochem. 2012, 47, 1670-1675. [CrossRef]

4. Wu, T; Zivanovic, S.; Draughon, EA.; Conway, W.S.; Sams, C.E. Physicochemical properties and bioactivity
of fungal chitin and chitosan. J. Agric. Food Chem. 2005, 53, 3888-3894. [CrossRef] [PubMed]

5. Berecochea-Lopez, A.; Decordé, K.; Ventura, E.; Godard, M.; Bornet, A.; Teissedre, PL.; Cristol, J.P;
Rouanet, J.M. Fungal chitin-glucan from Aspergillus niger efficiently reduces aortic fatty streak accumulation
in the high-fat fed hamster, an animal model of nutritionally induced atherosclerosis. J. Agric. Food Chem.
2009, 57, 1093-1098. [CrossRef]

6.  Feofilova, E.P. The fungal cell wall: Modern concepts of its composition and biological function. Microbiology
2010, 79, 711-720. [CrossRef]

7. Kulev, D.; Negrutsa, I. Chitin-glucan complex-food additive with sorbent properties. J. Hyg. Eng. Des. 2015,
11, 53-56.

8. Mogosanu, G.D.; Grumezescu, A.M. Natural and synthetic polymers for wounds and burns dressing. Int. J.
Pharm. 2014, 463, 127-136. [CrossRef]

9. Neyrinck, A.M.; Possemiers, S.; Verstraete, W.; Backer, FD.; Cani, P.D.; Delzenne, N.M. Dietary modulation
of clostridial cluster XIVa gut bacteria (Roseburia spp.) by chitin-glucan fiber improves host metabolic
alterations induced by high-fat diet in mice. J. Nutr. Biochem. 2012, 23, 51-59. [CrossRef]

10. Mislovicova, D.; Masarova, J.; Bendzalova, K.; Soltés, L.; Machov4, E. Sonication of chitin-glucan, preparation
of water-soluble fractions and characterization by HPLC. Ultrason. Sonochem. 2000, 7, 63-68. [CrossRef]

11. Cabib, E.; Blanco, N.; Arroyo, J. Presence of a large (1-3)glucan linked to chitin at the Saccharomyces
cerevisize mother-bud neck suggests involvement in localized growth control. Eukaryot. Cell 2012, 11, 388-400.
[CrossRef] [PubMed]

12.  Reis, M.A,; Oliveira, R M.; Freitas, M.F; Chagas, B.F,; Cruz, A.L.; Cunha, A.E.; Clemente, ].J. Process for the
Co-Production of Chitin, Its Derivates and Polymers Containing Glucose, Mannose and/or Galactose by the
Fermentation of the Yeast Pichia pastoris. International Patent W0O2010/013174, 4 February 2010.

13. Tarabukina, E.B.; Kalinina, N.A.; Adamov, A.V.; Petrova, V.A.; Nud’ga, L.A.; Klenin, S.I. Molecular
characteristics and supramolecular organization of chitin-glucan complexes in solutions. Polym. Sci. Ser. A
2005, 47, 462-468.

14. Siestma, J.H.; Wessels, ].G.H. Solubility of (1-3)-3-D/(1-6)-3-D-Glucan in fungal walls: Importance of
presumed linkage between glucan and chitin. ]. Gen. Microbiol. 1981, 125, 209-212.

15. Gamayurova, V.S.; Kotlyar, M.N.; Shabrukova, N.V.; Khalitov, EG. Synthesis of soluble derivatives of
chitin-glucan complex. Thematic course: Natural Polysaccharides. Part I Chem. Comput. Simul. Commun.
1998, 1, 73-76.


http://dx.doi.org/10.1134/S0003683812030088
http://dx.doi.org/10.1111/j.1468-2494.2008.00470.x
http://dx.doi.org/10.1016/j.procbio.2012.04.004
http://dx.doi.org/10.1021/jf048202s
http://www.ncbi.nlm.nih.gov/pubmed/15884813
http://dx.doi.org/10.1021/jf803063v
http://dx.doi.org/10.1134/S0026261710060019
http://dx.doi.org/10.1016/j.ijpharm.2013.12.015
http://dx.doi.org/10.1016/j.jnutbio.2010.10.008
http://dx.doi.org/10.1016/S1350-4177(99)00030-9
http://dx.doi.org/10.1128/EC.05328-11
http://www.ncbi.nlm.nih.gov/pubmed/22366124

Bioengineering 2020, 7, 28 12 of 13

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Skorik, Y.A.; Pestov, A.V,; Yatluk, Y.G. Evaluation of various chitin-glucan derivates from Aspergillus niger as
transition metal adsorbents. Bioresour. Technol. 2010, 101, 1769-1775. [CrossRef]

Oliveira, A.FR. Development of Chitin-Glucan Polymeric Structures Using Biocompatible Ionic Liquids.
Master’s Thesis, Chemical and Biochemical Engineering, NOVA School of Science and Technology, Caparica,
Portugal, 2016.

Hu, X; Du, Y,; Tang, Y.; Wang, Q.; Feng, T.; Yang, J.; Kennedy, J.F. Solubility and property of chitin in
NaOH/urea aqueous solution. Carbohydr. Polym. 2007, 70, 451-458. [CrossRef]

Gong, P; Wang, J.; Liu, B.; Ru, G.; Feng, ]. Dissolution of chitin in aqueous KOH. Cellulose 2016, 23, 1705-1711.
[CrossRef]

Chen, X,; Xu, X.; Zhang, L.; Kennedy, ]J.F. Flexible chain conformation of (1-3)-3-d-glucan from Poriacocos
sclerotium in NaOH/urea aqueous solution. Carbohydr. Polym. 2009, 75, 586-591. [CrossRef]

Yoshida, T.; Honda, Y.; Tujimoto, T.; Uyama, H.; Azuma, J. Freeze-thaw treatment in 2% w/w NaOH-6M urea
enhanced extraction of 3-(1,3;1,4)-glucan from corn pericarp. Macromol. Symp. 2015, 353, 205-211. [CrossRef]
Chen, X.; Chen, J.; You, T.; Wang, K.; Xu, F. Effects of polymorphs on dissolution of cellulose in NaOH/urea
aqueous solution. Carbohydr. Polym. 2015, 125, 85-91. [CrossRef]

Mense, A.; Shi, Y.C. Dissolution of wheat bran by NaOH/urea solutions and structure of soluble materials.
ACS Sustain. Chem Eng 2018, 6, 4264-4271. [CrossRef]

Aratjo, D.; Alves, V.D.; Lima, S.A.C.; Reis, S.; Freitas, F.; Reis, M.A.M. Novel hydrogels based on yeast
chitin-glucan complex: Characterization and safety assessment. Int. ]. Biol. Macromol. 2020, in press.
[CrossRef]

Roy, J.C; Salaun, E; Giraud, S.; Ferri, A.; Chen, G.; Guan, J. Solubility of chitin: Solvents, solution behaviors
and their related mechanisms. In Solubility of Polysaccharides; Xu, Z., Ed.; IntechOpen: London, UK, 2017;
pp. 100-127.

Zhou, J.; Zhang, L. Solubility of cellulose in NaOH/Urea aqueous solution. Polym. ]. 2000, 32, 866-870.
[CrossRef]

Cai, J.; Zhang, L.; Chang, C.; Cheng, G.; Chen, X.; Chu, B. Hydrogen-bond-induced inclusion complex in
aqueous cellulose/LiOH/urea solution at low temperature. ChemPhysChem 2007, 8, 1572-1579. [CrossRef]
Farinha, I.; Duarte, P.; Pimentel, A.; Plotnikova, E.; Chagas, B.; Mafra, L.; Grandfils, C.; Freitas, F.; Fortunato, E.;
Reis, M.A .M. Chitin-glucan complex production by Komagataella pastoris: Downstream optimization and
product characterization. Carbohydr. Polym. 2015, 130, 455-464. [CrossRef]

Aratjo, D.; Freitas, F; Sevrin, C.; Grandfils, C.; Reis, M.A.M. Co-production of chitin-glucan complex and
xylitol by Komagatella pastoris using glucose and xylose mixtures as carbon source. Carbohydr. Polym. 2017,
166, 24-30. [CrossRef]

Wang, Y.; Li, Y;; Liu, S.; Li, B. Fabrication of chitin microspheres and their multipurpose application as
catalyst support and adsorbent. Carbohydr. Polym. 2015, 120, 53-59. [CrossRef]

Shang, Y.; Ding, E; Xiao, L.; Deng, H.; Du, Y.; Shi, X. Chitin-based fast responsive pH sensitive microspheres
for controlled drug release. Carbohydr. Polym. 2014, 102, 413-418. [CrossRef]

Alves, L.; Medronho, B.; Filipe, A.; Antunes, FE.; Lindman, B.; Topgaard, D.; Davidovich, I.; Talmon, Y. New
insights on the role of urea on the dissolution and thermally-induced gelation of cellulose in aqueous alkali.
Gels 2018, 4, 87. [CrossRef]

Barrera, G.E.; Beltran, L.M.; Diosa, J.A. Chitin-Glucan Complexes and Method for the Preparation Thereof
from Chitin-Rich Biomaterials. U.S. Patent US2016/0122444, 5 May 2016.

Xiong, B.; Zhao, P.; Hu, K.; Zhang, L.; Cheng, G. Dissolution of cellulose in aqueous NaOH/urea solution:
Role of urea. Cellulose 2014, 21, 1183-1192. [CrossRef]

Terbojevich, S.; Carraro, C.; Cosani, A. Solution studies of the chitin-lithium chloride-N,N-Dimethylacetamide
system. Carbohydr. Res. 1988, 180, 73-86. [CrossRef]

Sharma, M.; Mukesh, C.; Mondal, D.; Prasad, K. Dissolution of x-chitin in deep eutectic solvents. RSC Adv.
2013, 3, 18149-18155. [CrossRef]

Jaworska, M.M.; Gérak, A.; Zdunek, J. Modification of chitin particles with ionic liquids containing ethyl
substituent in a cation. Adv. Mater. Sci. Eng. 2017, 2017, 1-9. [CrossRef]

Huber, T.; Starling, K.; Cen, W.S.; Fee, C.; Dimartino, S. Effect of urea concentration on the viscosity and
thermal stability of aqueous NaOH/urea cellulose solutions. J. Polym. 2016, 2016, 9. [CrossRef]


http://dx.doi.org/10.1016/j.biortech.2009.10.033
http://dx.doi.org/10.1016/j.carbpol.2007.05.002
http://dx.doi.org/10.1007/s10570-016-0932-z
http://dx.doi.org/10.1016/j.carbpol.2008.08.027
http://dx.doi.org/10.1002/masy.201550328
http://dx.doi.org/10.1016/j.carbpol.2015.02.054
http://dx.doi.org/10.1021/acssuschemeng.7b04707
http://dx.doi.org/10.1016/j.ijbiomac.2019.11.141
http://dx.doi.org/10.1295/polymj.32.866
http://dx.doi.org/10.1002/cphc.200700229
http://dx.doi.org/10.1016/j.carbpol.2015.05.034
http://dx.doi.org/10.1016/j.carbpol.2017.02.088
http://dx.doi.org/10.1016/j.carbpol.2014.12.005
http://dx.doi.org/10.1016/j.carbpol.2013.11.039
http://dx.doi.org/10.3390/gels4040087
http://dx.doi.org/10.1007/s10570-014-0221-7
http://dx.doi.org/10.1016/0008-6215(88)80065-X
http://dx.doi.org/10.1039/c3ra43404d
http://dx.doi.org/10.1155/2017/3961318
http://dx.doi.org/10.1155/2016/2658747

Bioengineering 2020, 7, 28 13 of 13

39.

40.

41.

42.

43.
44.

45.

46.

47.

48.

49.

50.

Hu, X,; Tang, Y.; Wang, Q.; Li, Y,; Yang, ].; Du, Y.; Kennedy, ].F. Rheological behaviour of chitin in NaOH/urea
aqueous solution. Carbohydr. Polym. 2011, 83, 1128-1133. [CrossRef]

Pillai, CK.S.; Paul, W.; Sharma, C.P. Chitin and chitosan polymers: Chemistry, solubility and fiber formation.
Prog. Polym. Sci. 2009, 34, 641-678. [CrossRef]

Zargar, V.; Asghari, M.; Dashti, A. A review on chitin and chitosan polymers: Structure, chemistry, solubility,
derivatives and applications. ChemBioEng Rev. 2015, 2, 204-226. [CrossRef]

Cérdenas, G.; Cabrera, G.; Taboada, E.; Miranda, P. Chitin characterization by SEM, FTIR, XRD and 13C
cross polarization/mass angle spinning NMR. . Appl. Polym. Sci. 2004, 93, 1876-1885. [CrossRef]
Synytsya, A.; Novak, M. Structural analysis of glucans. Ann. Transl. Med. 2014, 2, 17.

Kumari, S.; Rath, P.; Kumar, A.S.H.; Tiwari, T.N. Extraction and characterization of chitin and chitosan from
fishery waste by chemical method. Environ. Technol. Innov. 2015, 3, 77-85. [CrossRef]

Jalal, A.E; Risheed, C.M.; Ibrahim, B.M. Optimization of chitin extraction from chicken feet. |. Anal. Bioanal.
Tech. 2012, 3, 145-150. [CrossRef]

Young, A.L. Powder X-ray diffraction and its applications to biotherapeutic formulation development. Am.
Pharm. Rev. 2012, 15, 74.

Kumirska, J.; Czerwicka, M.; Kaczynski, Z.; Bychowska, A.; Brzozowski, K.; Thoming, J.; Stepnowski, P.
Application of spectroscopic methods for structural analysis of chitin and chitosan. Mar. Drugs 2010, 8, 1567.
[CrossRef] [PubMed]

Seoudi, R.; Nada, A.M.A. Molecular structure and dielectric properties studies of chitin treated by acid, base
and hypochlorite. Carbohydr. Polym. 2007, 68, 728-733. [CrossRef]

Tang, Z.; Li, W,; Lin, X,; Xiao, H.; Miao, Q.; Huang, L.; Chen, L.; Wu, H. TEMPO-Oxidized cellulose with
high degree of oxidation. Polymers 2017, 9, 421. [CrossRef]

Wanjun, T.; Cunxin, W.; Donghua, C. Kinetic studies on the pyrolysis of chitin and chitosan. Polym. Degrad.
Stab. 2005, 87, 389-394. [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.carbpol.2010.09.014
http://dx.doi.org/10.1016/j.progpolymsci.2009.04.001
http://dx.doi.org/10.1002/cben.201400025
http://dx.doi.org/10.1002/app.20647
http://dx.doi.org/10.1016/j.eti.2015.01.002
http://dx.doi.org/10.4172/2155-9872.1000145
http://dx.doi.org/10.3390/md8051567
http://www.ncbi.nlm.nih.gov/pubmed/20559489
http://dx.doi.org/10.1016/j.carbpol.2006.08.009
http://dx.doi.org/10.3390/polym9090421
http://dx.doi.org/10.1016/j.polymdegradstab.2004.08.006
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	CGC Dissolution in NaOH/Urea Solvent Systems 
	Polymer Regeneration 
	Rheological Properties of the Polymer Solutions 
	Characterization of the Regenerated Polymer 
	Elemental Analysis and Degree of Acetylation 
	Fourier Transform Infrared Spectroscopy 
	X-ray Diffraction Profiles 
	Thermal Properties 


	Results and Discussion 
	Preparation of CGC Solutions in NaOH/urea Solvent Systems 
	Rheological Behavior of the Solutions 
	Characterization of the Regenerated Polymer 
	Elemental Analysis and Degree of Acetylation 
	Fourier Transform Infrared Spectroscopy 
	XRD Analysis 
	Thermal Properties 


	Conclusions 
	References

