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Abstract: Chitin oligosaccharides (COs) hold high promise as organic fertilizers in the ongoing agro-
ecological transition. Short- and long-chain COs can contribute to the establishment of symbiotic
associations between plants and microorganisms, facilitating the uptake of soil nutrients by host
plants. Long-chain COs trigger plant innate immunity. A fine investigation of these different signaling
pathways requires improving the access to high-purity COs. Here, we used the response surface
methodology to optimize the production of COs by enzymatic hydrolysis of water-soluble chitin
(WSC) with hen egg-white lysozyme. The influence of WSC concentration, its acetylation degree, and
the reaction time course were modelled using a Box–Behnken design. Under optimized conditions,
water-soluble COs up to the nonasaccharide were formed in 51% yield and purified to homogeneity.
This straightforward approach opens new avenues to determine the complex roles of COs in plants.

Keywords: chitin oligosaccharides; chemo-enzymatic synthesis; lysozyme; response surface methodology

1. Introduction

Agriculture in the 21st century faces multiple challenges. The production levels have
to be increased to satisfy the food needs of a growing world population as well as to meet
the feedstock requirements for a booming green economy (biofuel, biomaterials). Mean-
while, chemical inputs must be reduced to limit their huge environmental footprint. Chitin
oligosaccharides (COs) hold great promise in the context of developing a more sustainable
agriculture [1]. Chitin, a polysaccharide of β-1,4-linked N-acetyl-glucosamine units, is an
abundant, albeit underexploited, biomass resource on earth. Every year about 100 billion
tons [2,3] are produced by crustaceans, mollusks, insects, and fungi however, chitin is dis-
carded in massive amounts (6–8 million tons/year) as waste from the seafood industry [4,5].
Chitin has high recycling potential, not only as a biocompatible and biodegradable material,
but also as a source of biologically active oligosaccharides. For instance, COs have been
reported to possess anticancer and anti-inflammatory activities [6]. However, the most
thoroughly investigated activities of COs are, by far, those contributing to plant defense and
plant growth. COs, according to their degree of polymerization present different activities
in plants that led to differentiate them into two classes. COs up to the pentasaccharides
are commonly referred to as short-chain COs, while higher oligomers are referred to as
long-chain COs. Long-chain COs have long been known as plant elicitors. They are recog-
nized as microbe-associated molecular patterns and trigger immunity signaling in several
species, with CO-VIII being the most active [7–10]. Short-chain COs induce oscillations of
the calcium concentration in the plant cell nucleus, which is a hall-mark of early arbuscular
mycorrhizal and rhizobial symbioses signaling [11–13]. Mutual-istic relationships between
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a host plant and nitrogen-fixing bacteria or arbuscular mycor-rhizal fungi enhance the
supply of essential nutrients such as nitrogen, potassium or wa-ter to the host. These sym-
bioses are of high interest in the development of more sustainable agricultural practices.
Although only chitintetraose (CO-IV) and chitinpentaose (CO-V) were known to activate
symbiosis signaling until very recently, a recent work has established that all COs from
CO-IV to CO-VIII have this ability [14].

In spite of continued efforts and the recent characterization of a high-affinity receptor
for long-chain COs [15], the perception and transduction of COs remain poorly under-stood.
Recently, there have been major advances in the discrimination between long-chain COs
and lipochitin oligosaccharides in leguminous plants [16]. However, the role of COs in
the balance between symbiosis activation and immunity activation in plants remains to
be elucidated. Improving the access to long-chain COs up to CO-VIII with high purity is
needed to improve the understanding of their biological activities. In addition to basic
re-search, the development of green and cost-efficient processes can help meet the needs
for organic fertilizers.

Several research groups have addressed the production of COs either by chemical
or by enzymatic methods [17]. The versatility of chemical syntheses is impaired by a
huge number of steps [18]; nevertheless, the preparation of a chitosan dodecamer [19] was
efficiently achieved in 1993. Since then, no other synthesis of such long oligomers has
been reported. A recent report on efficient automated preparation of COs up to CO-VI [20]
suggests that access to higher oligomers could also be possible. To date, only acid hydrol-
ysis of colloidal chitin has allowed the preparation by chemical means of COs up to the
decasaccharide with a yield of 0.2–0.3% (weight fraction) for the longest oligomers [21].
Enzymatic processes that present the advantage of being softer than chemical ones are
likely to allow a better control of the distribution of the products while avoiding their
denaturation. However, the crystallinity and insolubility in aqueous media of chitin are
barriers to enzyme action. Although much is known about chitinases and related enzymes,
efficient conversion of chitin to well-defined oligosaccharides remains a challenge [22]. Syn-
theses using the transglycosylation activity of wild-type [23] or mutant chitinases [24–26]
were efficiently achieved; however, the preparative synthesis of long-chain COs was im-
peded by hydrolysis and disproportionation side activities. The necessity to use substrates
issued from chitin depolymerization and the low level of expression of chitinases are ad-
ditional drawbacks. Nevertheless, efficient transglycosylation of chitinbiose by lysozyme
into CO-VI, CO-VII, and higher oligomers was achieved using a buffer containing a high
concentration of ammonium sulfate [27].

Among enzyme candidates, hen egg-white lysozyme [28] (HEWL) indeed presents
several advantages. HEWL is an industrial enzyme that is commercially available at low
cost in large quantities. It is active in a large range of conditions (buffers, temperature), and
displays a large substrate promiscuity [29–31]. Whereas the natural substrate of HEWL is
the bacterial cell wall peptidoglycan, a polymer of N-acetyl-glucosaminyl-β-1,4-N-acetyl-
muramic acid repeating units, HEWL also hydrolyses chitin [29,32] and chitosan [33–35],
albeit less efficiently. Enzymatic depolymerization of chitinous substrates by HEWL has
been deeply investigated in the literature in the past. However, most of the work mainly
focused on biochemical and mechanistic studies. Heller et al. reported kinetic studies
on HEWL degradation of films and hydrogels made of partially deacetylated chitin [36].
Lysozyme degradation of N-acylated chitosan derivatives aimed at biomedical applications
was used to assess their biodegradability [37]. A combination of NMR and modelling
techniques was used to study the lysozyme specificity for acylated and non-acylated
glucosamine units at the six different subsites of the enzyme [34]. Amazingly, the ability
of HEWL to hydrolyze partially deacetylated chitin has been barely used to pro-duce
oligosaccharides. In 1994, Aiba reported the preparation of COs by this approach [38].
Short-chain COs from CO-II to CO-V were produced, but the pentasaccharide was isolated
at a yield of less than 2% and with a purity of only 70%. The average yield of the dimer,
trimer and tetramer was 16.3, 10.3 and 18% respectively. This result led the author of the
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study to conclude that the process was useful for the production of CO-II to CO-IV only.
To the best of our knowledge, no other example of CO preparation using this method has
been reported in the literature to date.

Optimizing a reaction or chemical process can be a long and complex task. This is
particularly true when using enzymes whose activity is strongly influenced by tempera-
ture, pH, and ionic strength of the reaction media. The complexity of the substrate is also
a major aspect to consider, and the solubility, viscosity, or structure heterogeneity are im-
portant features of polysaccharides. The response surface methodology (RSM), based on
the design of experiments (DOE), is an efficient way of optimizing chemical processes [39].
RSM is a multivariate statistical technique used to discover the conditions in which to
apply a procedure in order to obtain the best possible response in the experimental region
studied. This methodology involves the design of experiments and multiple regression
analysis as tools to assess the effects of two or more independent variables on dependent
variables. One additional advantage of RSM is the possibility of evaluating the quadratic
effects of independent variables on the response. This technique is based on the fit of a
quadratic polynomial equation to the experimental data to describe the behavior of a set of
data. In this way, a mathematical model, which describes the studied process, is generated.
The objective is to optimize simultaneously the levels of the studied variables to attain
the best possible performance of the process. Central composite design (CCD) and Box-
Behnken designs (BBD) are the two main types of response surface designs. Box-Behnken
design [40] always have 3 levels per factor, unlike central composite designs which can
have up to 5. Thus, BBD is less expensive to run with the same number of factors. Another
advantage is that it does not contain combinations for which all factors are simultaneously
at their highest or lowest levels. The number of experiments performed under extreme
conditions, for which unsatisfactory results might occur is minimized [41].

RSM has gained increasing attention in the depolymerization of polysaccharides,
in particular of cellulose [42] and starch [43,44]. A few examples applied to chitin hydroly-
sis have also been reported. Behera et al. [45] used a Taguchi design analysis to optimize
the production of N-acetyl-glucosamine from colloidal chitin in Streptomyces chilikensis.
Pan et al. [46] investigated the production of low-molecular-weight chitosan with papain
using the Box-Behnken model. Finally, Liu et al. [47] optimized the preparation of CO-VI
using a non-commercial chitinase from Aeromonas schubertii. The production of hexasaccha-
ride from colloidal chitin (3.5 g/L) reached 42 mg/L, but the recovery and purification of
the product remain a crucial issue.

Here, we report the optimized production of short- and long-chain COs by HEWL
depolymerization of partially acetylated water-soluble chitin using the response surface
methodology (Figure 1). Chitin with an acetylation degree between 0.3 and 0.7 is soluble
in aqueous media and therefore more easily processed by enzymes. Our objective was
to use such water-soluble chitin (WSC) and optimize HEWL hydrolysis conditions (time,
concentration and buffer) to produce both short- and long-chain COs after selective N-
acetylation. Despite an abundant literature on HEWL, such process has never been report-
ed so far.
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2. Results and Discussion
2.1. Initial Screening of HEWL Activity

RSM allows the optimization of a reaction with a minimum of experiments as long as
the key factors are suitably defined. Too many parameters influence HEWL activity; thus,
we only considered WSC concentration, degree of acetylation, and the reaction time course
for the design of experiments. The choice of appropriate buffer and pH was determined by
a preliminary screening of the reaction conditions.

HEWL activity is abundantly documented in the literature; however, optimal buffer
and pH differ somewhat according to the substrate and the analytical methods used.
With chitin oligosaccharide substrates, the highest hydrolytic activities are observed at a
pH between 4.5 and 5.5 [48,49], whereas on Micrococcus lysodeikticus cells, the maximum
is reached at a pH between 6 and 9 [31,50]. HEWL activity was first assayed by monitor-
ing the fluorescence released from 4-methylumbelliferyl-N,N′,N”-triacetyl-β-chitotrioside
(4-Mu-CO-III) in pure water and different buffers (sodium acetate, sodium citrate, potas-
sium phosphate, and (N-morpholino)propanesulfonic acid sodium salt (MOPS)). Tempera-
ture and enzyme and substrate concentrations as well as ionic strength were kept constant.
HEWL activity on 4-Mu-CO-III in water, sodium citrate (pH 5.7), MOPS (pH 6.5), and potas-
sium phosphate (pH 7.7) buffer was relatively low (Supplementary Materials). The highest
conversion rates were observed in sodium acetate buffer (pH 5.6) and in potassium phos-
phate buffer (pH 5.7 and 6.5). This result suggests that in addition to the influence of the
pH, the nature of the buffer does have an impact on HEWL activity. As reported in the
literature, the highest hydrolysis of 4-Mu-CO-III occurs in acetate and phosphate buffer at
pH 5.5 [48]. Surprisingly, HEWL displayed a decreased activity in citrate buffer compared
to acetate buffer at the same pH of 5.5. Similarly, HEWL activity at pH 6.5 was lower in
MOPS compared to phosphate buffer. It was previously reported that buffer ions have a
significant impact on the HEWL solubility in crystallization experiments [51]. The present
results suggest that the nature of ions also affects HEWL activity somewhat. Modification
of the ionic strength of the buffer did not change HEWL activity substantially (data not
shown). Due to significant self-hydrolysis of 4-Mu-CO-III above 40 ◦C, we did not assess
the effect of an increase in temperature.

To discriminate between acetate and phosphate buffers, we carried out the hydrol-
ysis of WSC at an acetylation degree (DA) of 0.42. The reaction was stopped after 72 h,
and the crude oligosaccharide mixture was N-acetylated before being analyzed using
mass spectrometry (Figure 2A,B). The MALDI-TOF spectrum of the reaction conducted in
sodium acetate buffer (pH 5.6) showed the formation of CO-II, CO-III, and CO-IV as the
main products and the presence of CO-V in very low amounts. Interestingly, the product
distribution was much broader in potassium phosphate buffer (pH 6.5), with the presence
of long-chain COs up to CO-XII and an apparent maximum for the tri- and tetrasaccharides.
High, but not optimal, HEWL activity seemed to be a good compromise for the produc-
tion of long-chain COs, hence the phosphate buffer (pH 6.5) was selected for designing
the experiments.

2.2. Optimization of WSC Hydrolysis

A Box-Behnken design (BBD) was used to optimize the production yield of water-
soluble COs. The three selected factors i.e. acetylation degree (DA), substrate concentration
(C) and reaction time-course (t), were coded at three levels between −1 and +1, with the
values varying as shown in Table 1.
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Figure 2. MALDI-TOF spectra of per-N-acetylated chitin oligosaccharides (COs) resulting from the hydrolysis of WSC
DA 0.42 (10 mg/mL) by HEWL (2.5 mg/mL) in (A) sodium acetate (60 mM, pH 5.6) and (B) potassium phosphate buffers
(60 mM, pH 6.5). Roman numerals represent the degree of polymerization (DP) of COs. Product masses (m/z) correspond
to the [M + Na]+ species in 2A and [M + K]+ in 2B.

Table 1. List of symbols and coded levels for the corresponding experimental variables and ranges
adopted for the BBD design.

Independent Variables Symbols Units
Code Levels

−1 0 +1

Acetylation degree DA % 0.32 0.42 0.59

Substrate concentration C mg/mL 5 122.5 20

Reaction time-course t h 24 72 120

WSC samples with a DA of 0.32, 0.42 and 0.59 were prepared to ensure both good
substrate solubility and significant hydrolysis by HEWL [52]. Although these substrates can
be obtained by the chemical deacetylation of chitin, we used a milder and more reproducible
method consisting of selective N-acetylation of chitosan [53]. Substrate concentrations were
defined between 5 and 20 mg/mL to allow full solubilization of the starting material and
to provide a sufficient amount of oligosaccharides at the end of the reaction to determine
a reliable reaction yield. Finally, the reaction time-course was defined between 24 h and
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120 h. Preliminary experiments showed extremely low conversion yields in less than 24 h;
however, HEWL retained 90% of its initial activity in phosphate buffer after 4 days (data
not shown).

Our experimental design was based on 17 experiments, including 5 replications with
the factors at their central values (design center) to evaluate the pure error, and the experi-
ments were carried out in randomized order (Table 2). HEWL concentration (2.5 mg/mL),
temperature (37 ◦C), and stirring speed (180 rpm) of the reaction were kept constant during
all experiments. After reaction workup, N-acetylation, and a desalting step, the yield (Y) of
crude water-soluble COs was determined.

Table 2. Box-Behnken design matrix for the three factors (DA, C, t; see Table 1) with three levels each
and including five replications with all three factors at their central values.

Experiment DA C t Response Y (Yield)

1 0 −1 16%

2 0 −1 +1 34%

3 0 +1 −1 18%

4 0 +1 +1 17%

5 −1 0 −1 15%

6 −1 0 +1 14%

7 +1 0 −1 14%

8 +1 0 +1 26%

9 −1 −1 0 16%

10 −1 +1 0 25%

11 +1 −1 0 25%

12 +1 +1 0 15%

13 0 0 0 47%

14 0 0 0 49%

15 0 0 0 47%

16 0 0 0 46%

17 0 0 0 49%

From the data reported in Table 2, the BBD quadratic model coefficients were estimated
in accordance with the established multilinear regression (MLR) procedure, which allows
fitting the observed response to the analytical model [54]. The quadratic model including
all coefficients was refined using the stepwise technique [55]. This procedure involves
removing each eligible coefficient one by one to find the model that best fits the data accord-
ing to the lowest Akaike information criterion (AICc) likelihood statistics criteria [56,57].
From the observed data, the best reduced model (Equations (1) and (2)) for the experiment
in terms of the natural values was obtained with an AICc value of 122.98:

Y = 49.08 + 3.5t− 2C + 1.25DA− 4.75tC− 14.67t2 − 11.68C2 − 17.15DA2 (1)

R2 = 0.9421 R2
Adjusted = 0.8971 R2

Predicted = 0.7199 (2)

An analysis of variance (ANOVA) was carried out to determine the statistical signifi-
cance of the fitted quadratic model and the coefficient terms (Table 3).
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Table 3. Analysis of variance for the quadratic model (partial sum of squares—Type III).

Source Sum of Squares DF Mean Square F p-Value

Model 3037.77 7 433.97 20.92 <0.0001

t 98.00 1 98.00 4.72 0.0578

C 32.00 1 32.00 1.54 0.2456

DA 12.50 1 12.50 0.6026 0.4575

tC 90.25 1 90.25 4.35 0.0666

t2 906.76 1 906.76 43.71 <0.0001

C2 573.92 1 573.92 27.67 0.005

DA2 1040.94 1 1040.94 50.18 <0.0001

Residual 186.70 9 20.74 / /

Lack of fit 179.50 5 35.90 19.94 0.0063

Pure error 7.20 4 1.80 / /

Cor total 3224.47 16 / / /

Considering the ANOVA table output, if the calculated F value (F) is larger than F
critical value founded from the F Distribution, the null hypothesis can be rejected (H0:
model term = 0). However, the Design-Expert software does not report the F critical value
but the probability p-value. The p-value determined from the F statistic is the probability
your results could have happened by chance. A p-value less than 0.05 or F > F critical value
indicates that the selected model term is statistically significant (t2, C2, DA2), and a value
greater than 0.05 indicates that the model term did not significantly affect the output of
the responses (t, C, D, DA, tC). As reported in Table 3, the selected reduced model was
highly significant, with p-value of < 0.0001. Some not significant terms were maintained
in the model to respect to the “hierarchy principle” of the model. “Hierarchy” in models
means that if interactions or quadratic terms are present in the model, it is necessary to
include all the lower-level effects involved in the interaction or quadratic terms. The model
fit statistics (R2 = 0.9421, R2

Adjusted = 0.8971 and R2
Predicted = 0.7199) indicated that the

refined model had high regression accuracy. The model Adequation Precision value (11.2)
was greater than 4, indicating an adequate signal-to-noise ratio. Considering the quality
of these coefficients, we decided to not consider the lack of fit as detected in the ANOVA
(p-value = 0.0063, Table 3). Finally, the model could be used to predict responses within the
given range of factors. As an illustration, a contour plot and a response surface plot for this
model, in terms of the actual variables, are shown in Figure 3.

2.3. Validation of the Model and Optimized Synthesis of CO-II to CO-IX

In addition to the experimental design points in Table 2, an additional trial with a
single combination of factor settings was added to simultaneously check the accuracy of
the model under new experimental conditions and to find the maximum yield. A Nelder-
Mead simplex-algorithm-based numerical optimization was used to identify the best
sub-set of variable setting combinations that maximize the desirability function [58,59].
The reaction conditions determined using the algorithm predicted a yield of 48% after 79 h
at a substrate concentration of 11.2 mg/mL with chitin DA 0.47. Preparative synthesis of
COs was carried out in triplicate on a gram scale under the optimal conditions predicted
by the model. A crude mixture of water-soluble COs with the expected molecular weight
distribution and an average yield of 51 ± 5% was obtained. Although the reaction had
been scaled up, the theoretical and experimental yields were very close (within a 95%
predic-tion interval), supporting the predictive ability of the model. Purification using
size-exclusion chromatography allowed the isolation of each oligosaccharide up to the
nonasaccharide (Figure 4A) with excellent purity as attested by mass spectra and chromato-
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graphic analyses performed on the purified molecules (Supplementary Materials). As a
whole, the 75% recovery rate of CO-II to CO-IX after purification (Figure 4B) was very
high. Some non-specific adsorption of the highest DP COs onto the filter and onto the
chromatographic support, as well as a small fraction of non-isolated GlcNAc, accounted for
the unavoidable loss of material. Noteworthily, in addition to the excellent repeatability of
the reaction, purification was also highly reproducible as exemplified by the low standard
deviation values (Figure 4B). Depolymerization of partially deacetylated chitin by HEWL
was previously shown to allow the preparation of short-chains COs (CO-II to CO-IV)
with an average yield of about 45% [38]. In the present work we demonstrate that a BBD
optimization process also allows the production of long-chain COs while increasing the
yield to 51%. For comparison, non-purified mixtures of long-chain COs were obtained with
a yield of 32% by transglycosylation reactions using HEWL and CO-III as substrate [60].
Considering the cost of CO-III compared to partially deacetylated chitin, the present process
offers an economical and efficient access to both short-chain and long-chains COs.
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Figure 4. (A) Chromatogram of an optimized chitin oligosaccharides (COs) mixture purified using size-exclusion chro-
matography on Superdex S30 columns; (B) Weight fraction of isolated CO (purification was performed in triplicate).

3. Materials and Methods
3.1. Material and Equipment

Commercially available low-molecular-weight chitosan (Ref 448869), HEW Lysozyme
(Ref 62970, ~100,000 U/mg, 1 U corresponds to the amount of enzyme which decreases the
absorbance at 450 nm by 0.001 per minute at pH 7.0 and 25 ◦C (Micrococcus luteus, ATCC
4698, as substrate), and 4-Methylumbelliferyl-N,N′,N′ ′-triacetyl-β-chitotrioside (4-Mu-CO-
III) were purchased from Sigma-Aldrich ((Sigma-Aldrich, Saint-Quentin-Fallavier, France).
Preparative size-exclusion chromatography was performed with three Hiload Superdex
30 columns (10–300GL) (GE Healthcare, Uppsala, Sweden) in series using refractive index
detection. COs mixtures (10 mg/mL) in ultrapure water were filtered through a 0.2 µm
membrane before injection (10 mL). Elution was performed with 0.1M carbonate ammo-
nium at a flow rate of 1.2 mL/min. NMR spectra were recorded in D2O with a Brucker
Avance III 400MHz spectrometer (Bruker, Wissembourg, France). The solvent residual peak
of D2O at 4.25 ppm (353 K) was used as internal standard. Chemical shifts δ are reported
in ppm relative to the solvent residual peak. MALDI-TOF spectra were recorded with a
Brucker Autoflex Speed (Bruker, Wissembourg, France) using a 2,5-dihydroxybenzoic acid
(DHB) matrix. Fluorescence spectra were recorded at 20 ◦C with a CLARIOstar microplate
reader (BMG Labtech SARL, Champigny s/Marne, France).

3.2. Determination of HEWL Activity with 4-Mu-CO-III

In a plastic microtube (1.5 mL), a solution of 4-Mu-CO-III (27 µM) and HEW lysozyme
(0.13 mg/mL) in buffer solution (400 µL) was agitated for 5 h at 40 ◦C in an Eppendorf Ther-
moMixer (Eppendorf France, Montesson, France). Every hour, an aliquot (50 µL) was with-
drawn, and the reaction was stopped by the addition of glycine-sodium hydroxide buffer
(0.1 M, pH 10, 150 µL). The fluorescence caused by the release of 4-methylumbelliferone
at an excitation wavelength of 360 nm and emission wavelength of 450 nm was deter-
mined against a blank solution of 4-Mu-CO-III incubated in the same conditions but
without lysozyme.

3.3. Box-Behnken Design

The response surface methodology (RSM) was employed to maximize the formation
of water-soluble COs by depolymerization of WSC with lysozyme, followed by selective
N-acetylation. A Box–Behnken design (BBD) was applied to study the effects of three
process variables, namely, reaction time course (t), concentration of water-soluble chitin
(C), and degree of acetylation (DA) of WSC, as specified in Table 1.

A total of 17 experimental sets, which included 12 factorial points and 5 centering
points, were adopted. The three experimental variables were designed at three levels coded



Mar. Drugs 2021, 19, 320 10 of 14

with a plus sign (+1; high value), zero (0; central value), or a minus sign (−1; low value).
The coded values of these factors were obtained using Equation (3):

xi =
Xi − X0

∆Xi
(3)

where xi, Xi, and X0 (i = 1–3) represent the coded, real, and central values of the indepen-
dent variable, respectively, and ∆Xi = (variable at high level − variable at low level)/2,
denotes the step change value.

A model equation based on the quadratic polynomial given by RSM was used to
reveal interactive effects between experimental variables, to optimize the reaction process,
and to predict the yield of COs. The model equation may be expressed as:

Y = β0 + ∑ βiix2
i + ∑ βijxixj (4)

where Y is the predicted response (i.e., product yield), xi and xj are the coded levels
of the independent variables, and β0, βi, βii, and βij denote the regression coefficients
representing the offset, linear, quadratic, and interaction terms, respectively. The Design-
Expert software version 12.0.3.0 (State Ease, Inc., Minneapolis, MN, USA) was used to
analyze the experimental data, perform the analysis of variance (ANOVA), and evaluate
the regression equation. Accordingly, the fitted polynomial equation may further be
expressed in terms of response surface and contour plots to facilitate visualization of the
correlations between the response and the experimental variables at various coded levels
and to infer optimized process conditions. The coefficient of determination (R2) may be
used to evaluate the accuracy and applicability of the second-order multiple regression
model. The significance of its regression coefficient was checked with the p-value.

3.4. Preparation of Water-Soluble Chitin (WSC) DA 0.32/0.42/0.47/0.59

Commercially available chitosan DA 0.2 (1 g) was dissolved in a solution of 1% (v/v)
AcOH in water (75 mL) and diluted with MeOH (75 mL). Acetic anhydride (110 µL/0.2 equiv.
per amino function, 200 µL/0.35 equivalents, 260 µL/0.47 equivalents or 400 µL/0.7 equiv-
alents, depending on the target DA (0.32/0.42/0.47/0.59 respectively), was added whilst
the solution was vigorously stirred. After 24 h at room temperature, the solution was
concentrated, co-evaporated twice with toluene, and freeze-dried.

For NMR analysis, 10 mg of WSC was dissolved in a D2O/TFA solution (1/0.01 v/v,
1 mL). The solution was evaporated to dryness, and the residue was dissolved in D2O.

DA was determined by 1H NMR with Equation (5):

DA =
H − 1GlcNAc

H − 1GlcNAc + H − 1GlcN (5)

where H-1GlcN and H-1GlcNAc correspond to the integration of the glucosamine and N-
acetyl-glucosamine anomeric signals, and H-1GlcNAc is arbitrarily normalized to 1.

As an illustration, NMR characterization of WSC DA 0.42 is reported below, while those
of others degree of acetylation are provided in Supplementary Materials.

WSC DA 0.42: 1H NMR (400 MHz, D2O, 353 K) δ 5.01 (m, 1.34H, H-1GlcN), 4.73 (m, 1H,
H-1GlcNAc), 4.03–3.72 (m, 13.1H, H-2,3,4,5,6GlcNAc, H-3,4,5,6GlcN), 3.32 (m, 1.39H, H-2GlcN),
2.21–2.16 (s, 3.08H, COCH3).

3.5. Experimental Design of WSC Hydrolysis by HEWL

WSC of each DA (100, 250, or 400 mg) was placed in a glass cylindrical conical flask
(60 mL). Potassium phosphate buffer (60 mM, pH 6.5, 20 mL) was added, and the mixture
was agitated for 4 h at 37 ◦C on an orbital shaking incubator (180 rpm) to fully solubilize
WSC. HEW lysozyme (50 mg) was added, and the solution was agitated at 37 ◦C (24, 72,
or 120 h). The reaction mixture was immersed in boiling water and vigorously agitated
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with a magnetic stirring bar (1500 rpm) for 20 min to inactivate the enzyme. The solution
was transferred into a conical centrifuge tube (50 mL) and centrifuged (7000 rpm, 20 ◦C,
10 min), and the supernatant was transferred into a round-bottom flask (100 mL) and
freeze-dried. The solid was dissolved in water (8 mL), then methanol (40 mL) and acetic
anhydride (2 mL) were added. The reaction mixture was stirred at room temperature
for 24 h before being concentrated and co-evaporated twice with toluene. The residue
was dissolved in water (35 mL), transferred into a conical centrifuge tube (50 mL), and
centrifuged (7000 rpm, 20 ◦C, 10 min). After washing the pellet with water (10 mL),
the supernatants were transferred into a beaker (50 mL) and desalted by the addition of
Amberlite IRA400 (OH−) resin (5 g) followed by Amberlite IR120 (H+) resin (~5 g) until a
neutral pH was obtained. The mixture was agitated on an orbital shaker for 1 h until the
conductivity was lower than 20 µS/cm, supplementary resin could be added if necessary.
When the conductivity was lower than 20 µS/cm, the solution was filtered and freeze-dried
to obtain water-soluble COs.

The yield was then calculated as follow:

YCOs(%) =
mCOs ×

(
Manhydro−GlcNAc×%GlcNAc + Manhydro−GlcN ×%GlcN

)
mWSC×Manhydro−GlcNAc

× 100 (6)

YCOs(%): COs yield, mCOs: final mass of soluble COs (mg), mWSC: starting mass of
water-soluble chitin (mg), Manhydro−GlcNAc: 203 g/mol, Manhydro−GlcN: 161 g/mol.

3.6. Optimized Preparation of COs from WSC DA 0.47

WSC DA 0.47 (1 g) was placed in glass cylindrical conical flasks (125 mL). Potassium
phosphate buffer (60 mM, pH 6.5, 90 mL) was added to the flasks, and the mixture was
agitated for 4 h at 37 ◦C on an orbital shaking incubator (180 rpm) to fully solubilize
WSC. HEW lysozyme (225 mg) was added, and the solution was agitated at 37 ◦C during
79 h. The reaction mixture was immersed in boiling water and vigorously agitated with
a magnetic stirring bar (1500 rpm) for 20 min to inactivate the enzyme. The solution was
transferred into conical centrifuge tubes (50 mL) and centrifuged (7000 rpm, 20 ◦C, 10 min),
and the supernatant was transferred into a round-bottom flask (500 mL) and freeze-dried.
The solid was dissolved in water (32 mL), then methanol (160 mL) and acetic anhydride
(8 mL) were added. The reaction mixture was stirred at room temperature for 24 h before
being concentrated and co-evaporated twice with toluene. The residue was dissolved in
water (165 mL), transferred into two conical centrifuge tubes (50 mL), and centrifuged
(7000 rpm, 20 ◦C, 10 min). After washing the pellets with water (20 mL), the supernatants
were transferred into a beaker (500 mL) and desalted by the addition of Amberlite IRA400
(OH−) resin (10 g) followed by Amberlite IR120 (H+) resin (~10 g) until a neutral pH
was obtained. The mixture was stirred on an orbital shaker for 1 h until the conductivity
was lower than 20 µS/cm, supplementary resin could be added if necessary. When the
conductivity was lower than 20 µS/cm, the solution was filtered and freeze-dried to obtain
water-soluble COs. The average amount of CO obtained for triplicate experiments was
570 mg (yield: 51 ± 5%).

The COs mixture (100 mg) was characterized by mass spectrometry and purified (tripli-
cate) by size-exclusion chromatography, affording CO-II (11.4± 1.6 mg), CO-III (17.2 ± 1.3 mg),
CO-IV (17.8 ± 1.8 mg), CO-V (13.9 ± 0.7 mg), CO-VI (5.8 ± 0.1 mg), CO-VII (3.4 ± 0.2 mg),
CO-VIII (2.3 ± 0.1 mg), CO-IX (1.9 ± 0.8 mg).

4. Conclusions

In conclusion, the use of BBD allowed the optimization of partially deacetylated
chitin hydrolysis using HEWL. After N-acetylation, water-soluble COs were produced
in an average yield of 51% in gram-scale reactions. Oligosaccharides up to CO-IX were
isolated with high purity with size-exclusion chromatography. The present methodology
provides straightforward access to short- and long-chain water-soluble COs, including
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CO-VIII, an efficient activator of plant innate immunity [16]. These promising results
suggest applying the same approach to optimize the production of COs with a specific
degree of polymerization.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/md19060320/s1. Determination of HEWL activity in various reaction media using a flu-
orescence assay. 1H NMR spectra of chitin DA 0.32/0.42/0.47/0.57. MS spectra and HP-SEC
chromatograms of pure CO-VII, CO-VIII, and CO-IX.

Author Contributions: Conceptualization S.F., Funding acquisition S.F., Formal analysis A.M. and
L.C., Methodology A.M., L.C. and S.F., Investigation A.M., A.R., S.P., L.B., L.F., R.G., Supervision
S.F., S.C., S.A., Visualization A.M., L.F., L.C. and S.F., Writing—original draft A.M., L.C. and S.F.,
Writing—reviewing & editing S.F. All authors have read and agreed to the published version of
the manuscript.

Funding: This research was funded by Agence Nationale de la Recherche (NiceCrops ANR 14-CE18-
0008) and Bill and Melinda Gates Foundation (Engineering the nitrogen symbiosis for Africa, ENSA,
grant number OPP1028264).

Institutional Review Board Statement: Not applicable.

Data Availability Statement: Data is contained within the article or Supporting Information.

Acknowledgments: We thank the “Fondation pour le développement de la Chimie des substances
Naturelles et ses applications” for granting A.M. with a PhD scholarship. This work was partially
supported by Agence Nationale de la Recherche through Labex ARCANE and CBH-EUR-GS (ANR-
17-EURE-0003), Glyco@Alps (ANR-15-IDEX-02). Support from the ICMG (UAR 2607) Chemistry
Nanobio Platforms, Grenoble, on which mass spectrometry and NMR have been performed is
also acknowledged.

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

References
1. Li, K.; Xing, R.; Liu, S.; Li, P. Chitin and Chitosan Fragments Responsible for Plant Elicitor and Growth Stimulator.

J. Agric. Food Chem. 2020, 68, 12203–12211. [CrossRef]
2. Tharanathan, R.N.; Kittur, F.S. Chitin—The Undisputed Biomolecule of Great Potential. Crit. Rev. Food Sci. Nutr. 2003, 43, 61–87.

[CrossRef]
3. Elieh-Ali-Komi, D.; Hamblin, M.R. Chitin and Chitosan: Production and Application of Versatile Biomedical Nanomaterials.

Int. J. Adv. Res. 2016, 4, 411–427.
4. Yan, N.; Chen, X. Sustainability: Don’t Waste Seafood Waste. Nature 2015, 524, 155–157. [CrossRef] [PubMed]
5. Yadav, M.; Goswami, P.; Paritosh, K.; Kumar, M.; Pareek, N.; Vivekanand, V. Seafood Waste: A Source for Preparation of

Commercially Employable Chitin/Chitosan Materials. Bioresour. Bioprocess. 2019, 6, 8. [CrossRef]
6. Azuma, K.; Osaki, T.; Minami, S.; Okamoto, Y. Anticancer and Anti-Inflammatory Properties of Chitin and Chitosan Oligosaccha-

rides. J. Funct. Biomater. 2015, 6, 33–49. [CrossRef]
7. Day, R.B.; Okada, M.; Ito, Y.; Tsukada, K.; Zaghouani, H.; Shibuya, N.; Stacey, G. Binding Site for Chitin Oligosaccharides in the

Soybean Plasma Membrane. Plant Physiol. 2001, 126, 1162–1173. [CrossRef] [PubMed]
8. Cao, Y.; Halane, M.K.; Gassmann, W.; Stacey, G. The Role of Plant Innate Immunity in the Legume-Rhizobium Symbiosis.

Annu. Rev. Plant Biol. 2017, 68, 535–561. [CrossRef] [PubMed]
9. Bozsoki, Z.; Cheng, J.; Feng, F.; Gysel, K.; Vinther, M.; Andersen, K.R.; Oldroyd, G.; Blaise, M.; Radutoiu, S.; Stougaard, J. Receptor-

Mediated Chitin Perception in Legume Roots Is Functionally Separable from Nod Factor Perception. Proc. Natl. Acad. Sci. USA
2017, 114, E8118–E8127. [CrossRef] [PubMed]

10. Zeng, T.; Rodriguez-Moreno, L.; Mansurkhodzaev, A.; Wang, P.; van den Berg, W.; Gasciolli, V.; Cottaz, S.; Fort, S.;
Thomma, B.P.H.J.; Bono, J.J.; et al. A Lysin Motif Effector Subverts Chitin-Triggered Immunity to Facilitate Arbuscular
Mycorrhizal Symbiosis. New Phytol. 2020, 225, 448–460. [CrossRef]

11. Genre, A.; Chabaud, M.; Balzergue, C.; Puech-Pagès, V.; Novero, M.; Rey, T.; Fournier, J.; Rochange, S.; Bécard, G.; Bofante, P.; et al.
Short-Chain Chitin Oligomers from Arbuscular Mycorrhizal Fungi Trigger Nuclear Ca2+ Spiking in Medicago Truncatula Roots
and Their Production Is Enhanced by Strigolactone. New Phytol. 2013, 198, 190–202. [CrossRef] [PubMed]

12. Carotenuto, G.; Chabaud, M.; Miyata, K.; Capozzi, M.; Takeda, N.; Kaku, H.; Shibuya, N.; Nakagawa, T.; Barker, D.G.; Genre, A.
The Rice LysM Receptor-like Kinase OsCERK1 Is Required for the Perception of Short-Chain Chitin Oligomers in Arbuscular
Mycorrhizal Signaling. New Phytol. 2017, 214, 1440–1446. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/md19060320/s1
https://www.mdpi.com/article/10.3390/md19060320/s1
http://doi.org/10.1021/acs.jafc.0c05316
http://doi.org/10.1080/10408690390826455
http://doi.org/10.1038/524155a
http://www.ncbi.nlm.nih.gov/pubmed/26268177
http://doi.org/10.1186/s40643-019-0243-y
http://doi.org/10.3390/jfb6010033
http://doi.org/10.1104/pp.126.3.1162
http://www.ncbi.nlm.nih.gov/pubmed/11457966
http://doi.org/10.1146/annurev-arplant-042916-041030
http://www.ncbi.nlm.nih.gov/pubmed/28142283
http://doi.org/10.1073/pnas.1706795114
http://www.ncbi.nlm.nih.gov/pubmed/28874587
http://doi.org/10.1111/nph.16245
http://doi.org/10.1111/nph.12146
http://www.ncbi.nlm.nih.gov/pubmed/23384011
http://doi.org/10.1111/nph.14539
http://www.ncbi.nlm.nih.gov/pubmed/28369864


Mar. Drugs 2021, 19, 320 13 of 14

13. Sun, J.; Miller, J.B.; Granqvist, E.; Wiley-Kalil, A.; Gobbato, E.; Maillet, F.; Cottaz, S.; Samain, E.; Venkateshwaran, M.; Fort, S.; et al.
Activation of Symbiosis Signaling by Arbuscular Mycorrhizal Fungi in Legumes and Rice. Plant Cell 2015, 27, 823–838. [CrossRef]
[PubMed]

14. Feng, F.; Sun, J.; Radhakrishnan, G.V.; Lee, T.; Bozsóki, Z.; Fort, S.; Gavrin, A.; Gysel, K.; Thygesen, M.B.; Andersen, K.R.; et al.
A Combination of Chitooligosaccharide and Lipochitooligosaccharide Recognition Promotes Arbuscular Mycorrhizal Associations
in Medicago Truncatula. Nat. Commun. 2019, 10. [CrossRef]

15. Liu, T.; Liu, Z.; Song, C.; Hu, Y.; Han, Z.; She, J.; Fan, G.; Wang, J.; Jin, C.; Chang, J.; et al. Chitin-Induced Dimerization Activates a
Plant Immune Receptor. Science 2012, 336, 1160–1164. [CrossRef]

16. Bozsoki, Z.; Gysel, K.; Hansen, S.B.; Lironi, D.; Krönauer, C.; Feng, F.; de Jong, N.; Vinther, M.; Kamble, M.; Thygesen, M.B.; et al.
Ligand-Recognizing Motifs in Plant LysM Receptors Are Major Determinants of Specificity. Science 2020, 369, 663–670. [CrossRef]
[PubMed]

17. Aam, B.B.; Heggset, E.B.; Norberg, A.L.; Sørlie, M.; Vårum, K.M.; Eijsink, V.G.H. Production of Chitooligosaccharides and Their
Potential Applications in Medicine. Mar. Drugs 2010, 8, 1482–1517. [CrossRef]

18. Yang, Y.; Yu, B. Recent Advances in the Synthesis of Chitooligosaccharides and Congeners. Tetrahedron 2014, 70, 1023–1046.
[CrossRef]

19. Kuyama, H.; Nakahara, Y.; Nukada, T.; Ito, Y.; Nakahara, Y.; Ogawa, T. Preliminary Communication Stereocontrolled Synthesis of
Chitosan Dodecamer. Carbohydr. Res. 1993, 243, 1–7. [CrossRef]

20. Tyrikos-Ergas, T.; Bordoni, V.; Fittolani, G.; Chaube, M.A.; Grafmüller, A.; Seeberger, P.H.; Delbianco, M. Systematic Structural
Characterization of Chitooligosaccharides Enabled by Automated Glycan Assembly. Chem. A Eur. J. 2020, 27, 2321–2325.
[CrossRef]

21. Bredehorst, R.; Pomato, N.; Scheel, O.; Thiem, J. High Yield Preparation of Dimeric to Decameric Chitin Oligomers. Patent
Number WO/1996/026965, 6 September 1996.

22. Hoell, I.A.; Vaaje-Kolstad, G.; Eijsink, V.G.H. Structure and Function of Enzymes Acting on Chitin and Chitosan.
Biotechnol. Genet. Eng. Rev. 2010, 27, 331–366. [CrossRef]

23. Kohri, M.; Kobayashi, A.; Shoda, S. Design and Utilization of Chitinases with Low Hydrolytic Activities. Trends Glycosci. Glycotechnol.
2007, 19, 165–180. [CrossRef]

24. Alsina, C.; Sancho-Vaello, E.; Aranda-Martínez, A.; Faijes, M.; Planas, A. Auxiliary Active Site Mutations Enhance the Glycosyn-
thase Activity of a GH18 Chitinase for Polymerization of Chitooligosaccharides. Carbohydr. Polym. 2021, 252, 117121. [CrossRef]
[PubMed]

25. Alsina, C.; Faijes, M.; Planas, A. Glycosynthase-Type GH18 Mutant Chitinases at the Assisting Catalytic Residue for Polymeriza-
tion of Chitooligosaccharides. Carbohydr. Res. 2019, 478, 1–9. [CrossRef] [PubMed]

26. Martinez, E.A.; Boer, H.; Koivula, A.; Samain, E.; Driguez, H.; Armand, S.; Cottaz, S. Engineering Chitinases for the Synthesis of
Chitin Oligosaccharides: Catalytic Amino Acid Mutations Convert the GH-18 Family Glycoside Hydrolases into Transglycosylases.
J. Mol. Catal. B Enzym. 2012, 74, 89–96. [CrossRef]

27. Usui, T.; Matsui, H.; Isobe, K. Enzymic Synthesis of Useful Chito-Oligosaccharides Utilizing Transglycosylation by Chitinolytic
Enzymes in a Buffer Containing Ammonium Sulfate. Carbohydr. Res. 1990, 203, 65–77. [CrossRef]

28. Ercan, D.; Demirci, A.; Ercan, D.; Demirci, A. Recent Advances for the Production and Recovery Methods of Lysozyme.
Crit. Rev. Biotechnol. 2016, 36, 1078–1088. [CrossRef] [PubMed]

29. Chipman, D.M.; Sharon, N. Mechanism of Lysozyme Action. Science 1965, 165, 454–465. [CrossRef]
30. Pollock, J.J.; Sharon, N. Studies on the Acceptor Specificity of the Lysozyme-Catalyzed Transglycosylation Reaction. Biochemistry

1970, 9, 3913–3925. [CrossRef]
31. Yang, T.S.; Cunningham, F.E. Stability of Egg White Lysozyme in Combination with Other Antimicrobial Substances. J. Food Prot.

1993, 56, 153–156. [CrossRef]
32. Berger, L.R.; Weiser, R.S. The β-Glucosaminidase Activity of Egg-White Lysozyme. BBA Biochim. Biophys. Acta 1957, 26, 517–521.

[CrossRef]
33. Amano, K.-I.; Ito, E. The Action of Lysozyme on Partially Deacetylated Chitin. Eur. J. Biochem. 1978, 85, 97–104. [CrossRef]
34. Stokke, B.T.; Vårum, K.M.; Holme, H.K.; Hjerde, R.J.N.; Smidsrød, O. Sequence Specificities for Lysozyme Depolymerization of

Partially N-Acetylated Chitosans. Can. J. Chem. 2006, 73, 1972–1981. [CrossRef]
35. Zhang, Y.; Wang, Z.; Zhang, J.; Chen, C.; Wu, Q.; Zhang, L.; Zhang, X. Quantitative Determination of Chitinolytic Activity of

Lysozyme Using Half-Deacetylated Chitosan as a Substrate. Carbohydr. Polym. 2011, 85, 554–559. [CrossRef]
36. Pangburn, S.H.; Trescony, P.V.; Heller, J. Lysozyme Degradation of Partially Deacetylated Chitin, Its Films and Hydrogels.

Biomaterials 1982, 3, 105–108. [CrossRef]
37. Lee, K.Y.; Ha, W.S.; Park, W.H. Blood Compatibilitv and Biodegradability of Partially Acylated Chitosan Derivatives. Biomaterials

1995, 16, 1211–1216. [CrossRef]
38. Aiba, S. Preparation of N-Acetylchitooligosaccharides from Lysozymic Hydrolysates of Partially N-Acetylated Chitosans.

Carbohydr. Res. 1994, 261, 297–306. [CrossRef]
39. Box, G.E.P.; Wilson, K.B. On the Experimental Attainment of Optimum Conditions. J. R. Stat. Soc. Series B Stat. Methodol. 1951,

13, 1–45. [CrossRef]

http://doi.org/10.1105/tpc.114.131326
http://www.ncbi.nlm.nih.gov/pubmed/25724637
http://doi.org/10.1038/s41467-019-12999-5
http://doi.org/10.1126/science.1218867
http://doi.org/10.1126/science.abb3377
http://www.ncbi.nlm.nih.gov/pubmed/32764065
http://doi.org/10.3390/md8051482
http://doi.org/10.1016/j.tet.2013.11.064
http://doi.org/10.1016/0008-6215(93)84095-N
http://doi.org/10.1002/chem.202005228
http://doi.org/10.1080/02648725.2010.10648156
http://doi.org/10.4052/tigg.19.165
http://doi.org/10.1016/j.carbpol.2020.117121
http://www.ncbi.nlm.nih.gov/pubmed/33183587
http://doi.org/10.1016/j.carres.2019.04.001
http://www.ncbi.nlm.nih.gov/pubmed/31005672
http://doi.org/10.1016/j.molcatb.2011.09.003
http://doi.org/10.1016/0008-6215(90)80046-6
http://doi.org/10.3109/07388551.2015.1084263
http://www.ncbi.nlm.nih.gov/pubmed/26383819
http://doi.org/10.1126/science.165.3892.454
http://doi.org/10.1021/bi00822a009
http://doi.org/10.4315/0362-028X-56.2.153
http://doi.org/10.1016/0006-3002(57)90098-7
http://doi.org/10.1111/j.1432-1033.1978.tb12216.x
http://doi.org/10.1139/v95-244
http://doi.org/10.1016/j.carbpol.2011.03.009
http://doi.org/10.1016/0142-9612(82)90043-6
http://doi.org/10.1016/0142-9612(95)98126-Y
http://doi.org/10.1016/0008-6215(94)84025-3
http://doi.org/10.1111/j.2517-6161.1951.tb00067.x


Mar. Drugs 2021, 19, 320 14 of 14

40. Box, G.E.P.; Behnken, D.W. Some New Three Level Designs for the Study of Quantitative Variables. Technometrics 1960, 2, 455–475.
[CrossRef]

41. Ferreira, S.L.C.; Bruns, R.E.; Ferreira, H.S.; Matos, G.D.; David, J.M.; Brandão, G.C.; da Silva, E.G.P.; Portugal, L.A.; dos Reis, P.S.;
Souza, A.S.; et al. Box-Behnken Design: An Alternative for the Optimization of Analytical Methods. Anal. Chim. Acta 2007,
597, 179–186. [CrossRef] [PubMed]

42. Du, J.; Liang, J.; Gao, X.; Liu, G.; Qu, Y. Optimization of an Artificial Cellulase Cocktail for High-Solids Enzymatic Hydrolysis of
Cellulosic Materials with Different Pretreatment Methods. Bioresour. Technol. 2020, 295, 122272. [CrossRef] [PubMed]

43. Angellier, H.; Choisnard, L.; Molina-Boisseau, S.; Ozil, P.; Dufresne, A. Optimization of the Preparation of Aqueous Suspensions
of Waxy Maize Starch Nanocrystals Using a Response Surface Methodology. Biomacromolecules 2004, 5, 1545–1551. [CrossRef]

44. Le Corre, D.; Bras, J.; Choisnard, L.; Dufresne, A. Optimization of the Batch Preparation of Starch Nanocrystals to Reach Daily
Time-Scale. Starch/Staerke 2012, 64, 489–496. [CrossRef]

45. Behera, H.T.; Upadhyay, A.K.; Raina, V.; Ray, L. Optimization of Media Components for the Production of N-Acetylchitooligosaccharide
from Chitin by Streptomyces Chilikensis through Taguchi Experimental Design. J. Microbiol. Methods 2019, 159, 194–199.
[CrossRef] [PubMed]

46. Pan, A.D.; Zeng, H.Y.; Foua, G.B.; Alain, C.; Li, Y.Q. Enzymolysis of Chitosan by Papain and Its Kinetics. Carbohydr. Polym. 2016,
135, 199–206. [CrossRef]

47. Liu, C.L.; Lan, C.Y.; Fu, C.C.; Juang, R.S. Production of Hexaoligochitin from Colloidal Chitin Using a Chitinase from Aeromonas
Schubertii. Int. J. Biol. Macromol. 2014, 69, 59–63. [CrossRef] [PubMed]

48. Yang, Y.; Hamaguchi, K. Hydrolysis of 4-Methylumbelliferyl N-Acetyl-Chitotrioside Catalyzed by Hen and Turkey Lysozymes:
Ph Dependence of the Kinetic Constants. J. Biochem. 1980, 87, 1003–1014.

49. Ballardie, F.W.; Capon, B.; Cuthbert, M.W.; Dearie, W.M. Some Studies on Catalysis by Lysozyme. Bioorg. Chem. 1977, 6, 483–509.
[CrossRef]

50. Davies, R.C.; Neuberger, A.; Wilson, B.M. The Dependence of Lysozyme Activity on pH and Ionic Strength. BBA Enzymol. 1969,
178, 294–305. [CrossRef]

51. Ries-Kautt, M.M.; Ducruix, A.F. Relative Effectiveness of Various Ions on the Solubility and Crystal Growth of Lysozyme.
J. Biol. Chem. 1989, 264, 745–748. [CrossRef]

52. Nordtveit, R.J.; Vårum, K.M.; Smidsrød, O. Degradation of Fully Water-Soluble, Partially N-Acetylated Chitosans with Lysozyme.
Carbohydr. Polym. 1994, 23, 253–260. [CrossRef]

53. Lavertu, M.; Darras, V.; Buschmann, M.D. Kinetics and Efficiency of Chitosan Reacetylation. Carbohydr. Polym. 2012, 87, 1192–1198.
[CrossRef]

54. Box, G.E.P.; Hunter, W.G.; Hunter, J.S. Statistics for Experimenters: An Introduction to Design, Data Analysis, and Model Building;
Wiley-Probability and Mathematical Statistics: New York, NY, USA, 1978; ISBN 978-0-471-09315-2.

55. Yin, Y.; Carter, C.W., Jr. Incomplete Factorial and Response Surface Methods in Experimental Design: Yield Optimization of
TRNATrp from In Vitro T7 RNA Polymerase Transcription. Nucleic Acids Res. 1996, 24, 1279–1286. [CrossRef] [PubMed]

56. Akaike, H. Information Theory and an Extension of Maximum Likelihood Principle. In Proceedings of the Second International
Symposium on Information Theory; Petrov, B.N., Csaki, F., Eds.; Akademiai Kiado: Budapest, Hungary, 1973; pp. 267–281.

57. Burnham, K.P.; Anderson, D.R. Model Selection and Multimodel Inference: A Practical Information-Theoretic Approach, 2nd ed.;
Burnham, K.P., Anderson, D.R., Eds.; Springer: New York, NY, USA, 2002; ISBN 978-0-387-95364-9.

58. Nelder, J.A.; Mead, R. A Simplex Method for Function Minimization. Comput. J. 1965, 7, 308–313. [CrossRef]
59. Press, W.H.; Flannery, B.P.; Teukolsky, S.A.; Vetterling, W.T. Numerical Recipes in Pascal: The Art of Scientific Computing; Cam-

bridge University Press: Cambridge, UK, 1989; ISBN 978-0-521-37516-0.
60. Hattori, T.; Sakabe, Y.; Ogata, M.; Michishita, K.; Dohra, H.; Kawagishi, H.; Totani, K.; Nikaido, M.; Nakamura, T.;

Koshino, H.; et al. Enzymatic Synthesis of an α-Chitin-like Substance via Lysozyme-Mediated Transglycosylation. Carbohydr. Res.
2012, 347, 16–22. [CrossRef] [PubMed]

http://doi.org/10.1080/00401706.1960.10489912
http://doi.org/10.1016/j.aca.2007.07.011
http://www.ncbi.nlm.nih.gov/pubmed/17683728
http://doi.org/10.1016/j.biortech.2019.122272
http://www.ncbi.nlm.nih.gov/pubmed/31669875
http://doi.org/10.1021/bm049914u
http://doi.org/10.1002/star.201100145
http://doi.org/10.1016/j.mimet.2019.03.014
http://www.ncbi.nlm.nih.gov/pubmed/30890402
http://doi.org/10.1016/j.carbpol.2015.08.052
http://doi.org/10.1016/j.ijbiomac.2014.05.028
http://www.ncbi.nlm.nih.gov/pubmed/24854211
http://doi.org/10.1016/0045-2068(77)90047-5
http://doi.org/10.1016/0005-2744(69)90397-0
http://doi.org/10.1016/S0021-9258(19)85005-6
http://doi.org/10.1016/0144-8617(94)90187-2
http://doi.org/10.1016/j.carbpol.2011.08.096
http://doi.org/10.1093/nar/24.7.1279
http://www.ncbi.nlm.nih.gov/pubmed/8614631
http://doi.org/10.1093/comjnl/7.4.308
http://doi.org/10.1016/j.carres.2011.09.025
http://www.ncbi.nlm.nih.gov/pubmed/22137737

	Introduction 
	Results and Discussion 
	Initial Screening of HEWL Activity 
	Optimization of WSC Hydrolysis 
	Validation of the Model and Optimized Synthesis of CO-II to CO-IX 

	Materials and Methods 
	Material and Equipment 
	Determination of HEWL Activity with 4-Mu-CO-III 
	Box-Behnken Design 
	Preparation of Water-Soluble Chitin (WSC) DA 0.32/0.42/0.47/0.59 
	Experimental Design of WSC Hydrolysis by HEWL 
	Optimized Preparation of COs from WSC DA 0.47 

	Conclusions 
	References

