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Abstract: The present investigation endeavors to optimize a method based on enzyme-assisted
extraction for the efficient retrieval of bioactive compounds from mulberry, leveraging its notable
health-promoting properties. A combined approach of Plackett-Burman design followed by Box—
Behnken design was employed for determining the crucial extraction parameters and subsequently,
refining the process. Optimal conditions consisted of heating 0.15 g of mulberry at 40 °C, using 15 mL
of 70% EtOH as a solvent at pH 4, 38.46 enzyme units per g of sample, and shaking at 200 rpm. The
optimum extraction time study revealed that 5 min of extraction was sufficient to reach the maximum
concentration of the bioactive compound. The repeatability and intermediate precision assessment
exhibited a coefficient of variation below 5%. Among the diverse mulberry varieties scrutinized,
Morus nigra showed the highest anthocyanin content (27.90 £ 2.14 mg/100 g), while Morus rubra
showed the highest concentration of phenolic compounds (121.10 %+ 19.56 mg/100 g). Moreover, the
extracted compounds showcased significant antioxidant and antimicrobial properties.

Keywords: mulberries; enzyme-assisted extraction; antioxidant activity; antimicrobial properties;
Box-Behnken optimization; Plackett-Burman

1. Introduction

The mulberry tree, an arboreal species characterized by its deciduous nature, belongs
to the Morus genus, a member of the Moraceae family, which encompasses 24 species and
over 100 recognized varieties. Predominantly indigenous to China, various components
of the tree, including its bark, branches, and leaves, have been utilized for medicinal
purposes [1,2]. Conversely, in many European countries, the cultivation of mulberries
focuses on the production of its fruit [3,4].

Mulberry fruit, a syncarpous berry resulting from the fusion of a flower spike, exhibits
varying shapes and sizes across cultivars [5]. Distinct mulberry varieties can be categorized
based on their geographical origins, such as black mulberries (Morus nigra) and white
mulberries (Morus alba), both native to Asia [6], as well as red mulberries (Morus rubra),
originating from eastern North America and also cultivated in Spain [7]. Among these, the
black mulberry has recently gained significant popularity due to its appealing coloration
and higher content of bioactive compounds, particularly anthocyanins [8].

Mulberries possess noteworthy nutritional compositions, exhibiting substantial con-
centrations of proteins, lipids, carbohydrates, fiber, minerals, and vitamins such as A and
E [9]. Much research has proven the importance of concentrations of bioactive compounds
within mulberries, including phenolic compounds, which contribute to crucial biological
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activities beneficial for human health [10-12]. These compounds have shown potential in
the prevention of cerebrovascular and cardiovascular diseases [13], exerting an anticarcino-
genic role [14,15], diabetes prevention [16], and mitigating neurodegenerative diseases like
Alzheimer’s [17]. Notably, their antioxidant properties emerge as a prominent characteris-
tic, as they effectively scavenge and neutralize reactive oxygen species (ROS) generated
during cellular respiration in the presence of oxygen [18,19].

Anthocyanins represent a distinct category of the phenolic compound family, often ex-
amined in isolation due to their significant biological relevance [20]. Their notable attributes
encompass the enhancement of the shelf life of various food products, the mitigation of
oxidative stress, which bears considerable implications in the context of afflictions such as
cancer and cardiovascular diseases, manifesting anti-inflammatory properties, safeguard-
ing the gastrointestinal microbiota, and exerting a considerable influence in the realm
of averting obesity and type 2 diabetes [21-25]. It is worth noting that in Morus nigra
varieties, anthocyanin content can account for up to 50% of the overall phenolic compound
composition [26], thereby signifying their pivotal role in conferring distinctive properties
associated with the consumption of this fruit.

The increasing demand for mulberry, driven by its recognized health benefits at-
tributed to its polyphenolic content, necessitates the establishment of efficient and rapid
extraction methods for these chemical compounds. Novel approaches such as microwave-
assisted extraction (MAE), supercritical fluid extraction (SFE), and ultrasound-assisted
extraction (UAE) have emerged as viable options to conventional approaches, which often
possess limitations and fail to align with eco-extraction principles. These novel techniques
have proven successful in extracting phenolic compounds from food matrices [27-29].
However, it is important to consider certain disadvantages, such as that UAE employs
organic solvents, introducing environmental concerns, and the substantial financial invest-
ment required for SFE, PLE, and MAE devices, limiting their practical application in many
laboratories.

Enzyme-assisted extraction (EAE) is a method that capitalizes on specific enzymes’
ability to catalyze the degradation or modification of cellular walls, facilitating the release
of intracellular compounds of interest, particularly phenolic compounds [30]. Pectinase,
amylase, and cellulose represent the three most frequently employed enzymes for cell wall
degradation [31]. However, the use of pectinase stands out because it acts by degrading
pectin, a crucial component in the cell wall structure that preserves morphology, confers
rigidity and resistance to vascular plants, and allows the passage of water and solutes
thanks to the tracheal elements [32]. Enzymes are highly effective in breaking down cell
walls and can synergistically enhance extraction when combined with other solvents [33].
The combination of chemical solvents and EAE offers a merger of the advantages inherent
to both techniques, presenting a proficient and eco-conscious alternative to the established
methods for extracting anthocyanins and flavonoids [34]. EAE exhibits notable advantages
as a gentle process that typically avoids the need for chemical solvents, high energy
consumption, extended time, or elevated temperatures to achieve significant extraction
yields [35]. These advantages associated with the average conditions make the extracts
obtained suitable for application in a multitude of fields of interest such as medicine,
pharmacy, or the agri-food industry [36—40]. In addition, the suitability of EAE for extracting
bioactive compounds from similar matrices like acai, blackcurrant, grapes, and cherries has
been demonstrated in previous studies [32,34,35,41].

In conclusion, the principal aim of this study is to develop and optimize an EAE-
based method for obtaining bioactive compound-enriched extracts from mulberry. These
extracts hold potential applications in various fields, including nutrition, medicine, and
the pharmaceutical industry, owing to their multiple beneficial properties. To the extent of
our knowledge, this study represents the first investigation of its kind conducted on the
mulberry. To the best of the authors” knowledge, this is the first time that an EAE-based
approach has been used for the extraction of bioactive compounds from mulberry fruits,
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which represents a significant advance in the extraction and application of polyphenols in
multiple fields with important advantages for the environment.

2. Materials and Methods
2.1. Samples

Black mulberries (Morus nigra) harvested in Puerto Real (Andalusia, Spain) were
employed for the development of the EAE method. Prior to extraction, the black mulber-
ries underwent lyophilization using a VirTis BenchTop Pro freeze dryer (SP Industries,
Warminster, Pensilvania, USA) and subsequently ground into a fine powder using an
MKMG6003 electric grinder (BSH Electrodomésticos Espafia S.A., Zaragoza, Spain). This
grinding process aimed to enhance the extraction yield by maximizing the interfacial area
of contact between the mulberry powder and the solvent. The resulting samples were
stored at —20 °C until required for further analysis. Following the completion of the
method development, the optimized extraction method was applied to different varieties
of mulberries, as detailed in Table 1. These mulberry varieties were collected from two
locations in the province of Cadiz, Andalusia, Spain, during June for black and white
mulberries and in September for red mulberries. In the case of red mulberries, samples
were collected twice, with a 10-day interval, to assess the impact of overripening on the
content of bioactive compounds. The treatment procedure for these samples was consistent
with the aforementioned methodology.

Table 1. Mulberry samples used for the validation of the developed enzyme-assisted extraction
method.

Variety Location Sampling Date Code
Morus nigra Puerto Real, Cadiz (Spain) 6 January 2021 Mn-PR
Morus nigra Torrecera, Cadiz (Spain) 7 June 2022 Mn-T

Purple Morus alba Torrecera, Cadiz (Spain) 7 June 2022 Ma-P

White Morus alba Torrecera, Cadiz (Spain) 7 June 2022 Ma-B
Morus rubra Torrecera, Cadiz (Spain) 1 September 2022 Mr-T
Morus rubra Puerto Real, Cadiz (Spain) 1 September 2022 Mr-Pr 1
Morus rubra Puerto Real, Cadiz (Spain) 11 September 2022 Mr-Pr 2

These varieties were selected because they are the most cultivated in the province of
Cadiz and consequently the most consumed. Although they have shown notorious differ-
ences in their composition, especially in the concentration of minerals and fats, comparative
studies on their composition of phenolic compounds are scarce [42,43].

2.2. Chemicals and Solvents

Absolute ethanol (EtOH) (Scharlau, Sentmenat, Barcelona, Spain), methanol (MeOH)
(Fisher Scientific, Loughborough, England, UK) of HPLC grade, and Milli Q water from a
Millipore water purification system (EMD Millipore Corporation, Bedford, Massachusetts,
USA) were the solvents utilized for the extraction. Formic acid (Panreac Quimica S.L.U.,
Castellar del Valles, Barcelona, Spain) and MeOH (Fisher Scientific, Loughborough, England,
UK)), both of HPLC grade, were used for the chromatographic separation for the antho-
cyanin analysis and its quantification. The reference standard chosen for the anthocyanin
measurement was cyanidin chloride (95% purity), which was provided by Sigma-Aldrich
Chemical Co. (St. Louis, Misuri, USA).

The enzyme selected to carry out the enzyme-assisted extraction was a pectinase from
Aspergillus niger (P4716-25KU, Sigma-Aldrich Chemical Co., St. Louis, Missouri, USA).
To guarantee the stability of the enzyme against pH variations, a citric/phosphate buffer
was added. For this, several mixes of sodium disodium phosphate dibasic dodecahydrate
hydrate (NayHPO,4-12H,0) and citric acid 0.1 M (CHgO7) were used. The mixtures used
for pH 4, pH 5, and pH 6 were 62% CHgO7,38% NayHPO4-12H,0, 49% CHgO7/51%
NayHPO4-12H,0, and 37.5% CHgO7/6.5% NayHPO4-12H,0, respectively.
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2.3. Enzyme-Assisted Extraction
2.3.1. Enzymatic Extraction Procedure

The developed EAE method followed the subsequent procedure. Freeze-dried black
mulberries were accurately weighed and placed into an Erlenmeyer flask. A total of 15 mL
of the appropriate extraction solvent and the required units of the enzyme were introduced
into the flask. The Erlenmeyer flask was then placed on a shaker, and the temperature
and agitation settings were adjusted according to the experimental conditions. After
the specified extraction time had elapsed, the extracts were subjected to centrifugation
at 1702x g for 5 min. The resulting supernatant was carefully transferred to a 25 mL
volumetric flask and diluted to the mark using the same solvent as used for extraction.
Prior to analysis, the samples were filtered through 0.22 pum filters and stored in a dark
environment at —20 °C.

2.3.2. Optimization of the Process

In the pursuit of enhancing the efficiency of the EAE methodology for the isolation
of anthocyanins and phenolic compounds from mulberries, a methodical strategy was
implemented. In the initial phase, a Plackett-Burman screening design (PBD) was utilized to
discern the primary variables exerting the greatest impact. The PBD methodology operates
under the assumption of the independence of each factor [44], and can be elucidated by the
subsequent first-order model (Equation (1)):

Y(mg/100 g sample) = Bg + Z(Bi +Xj) (1)

Here, Y is the target response, total anthocyanins, or total phenolic compounds. B is the
intercept of the model, B; is the regression ratio, and X; is an independent parameter. Six
distinct independent factors were chosen for inclusion in the study;, a selection informed
by both the existing literature and the research team’s prior expertise in dealing with
analogous sample matrices [32,34], including the percentage of ethanol (% EtOH), pH,
units of enzyme per gram of sample, temperature (°C), ratio (g/15 mL), and agitation
(rpm). These factors were assigned two levels, high (+1) and low (—1), resulting in a total
of 12 experiments (Table S1). The extraction time was fixed at 20 min, and the extracts
were analyzed using UHPLC-UV-Vis to evaluate the total concentration of anthocyanins
(mg/100 g) and phenolic compounds (mg/100 g sample).

Next, the influential variables identified from the PBD were further investigated using
the Box-Behnken Design—-Response Surface Methodology (BBD-RSM)), a type of response
surface design that does not have a factorial or fractional factorial design [45,46]. The
BBD-RSM employed in this study involves a design matrix consisting of three levels for
each factor: (—1) representing a lower level, (0) indicating an intermediate level, and (1)
signifying a higher level. Notably, this design does not incorporate axial points, resulting
in a more spherical arrangement of experimental points compared to other statistical
designs. Consequently, this approach not only necessitates a reduced total number of
experiments but also avoids conducting experiments under extreme conditions, which
could potentially lead to polyphenol degradation or incur excessive economic costs [47].
This design framework facilitated a comprehensive investigation of the selected variables,
enabling the determination of optimal conditions for the EAE methodology in finer detail.
Three variables (%EtOH, pH, and units of enzyme per gram of sample) were chosen for
optimization, and their ranges were selected according to the literature, research group
experience, and previous study results. A total of 15 experiments were randomly conducted
following the BBD-RSM (Table S2). The response variables used were the total concentration
of anthocyanins (mg/100 g) and phenolic compounds (mg/100 g) in the mulberry samples.
The estimated response value Y in each test can be fitted to a second-degree polynomial
(Equation (2)) as follows:
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In Equation (2), Y is the total concentration of anthocyanins or phenolic compounds;
Bo is the ordinate; X; (percentage of EtOH in the extraction solvent), X, (pH), and X3
(U/g), are the independent variables; 3; are the linear coefficients; (3;; are the cross product
coefficients; and (3;; are the quadratic coefficients.

Statgraphic Centurion statistical software (version XVII) (Statgraphics Technologies,
Inc., The Plains, VA, USA) was used to generate and analyze the PB and BBD-RSM designs.
The influence of the variables was studied using an ANOVA test at a 95% confidence level.

2.4. Identification of Anthocyanins

The identification of anthocyanins present in mulberry extracts was conducted using
a UHPLC-Q-ToF-MS system (model Xevo G2, Waters Corp., Milford, MA, USA) and
following the method described by Velasco et al. [48].

Identification was carried out by analysis of mulberry extracts under optimal condi-
tions. Specifically, four anthocyanins were identified: cyanidin 3-O-glucoside (m/z 449),
cyanidin 3-O-rutinoside (/z 595), pelargonidin 3-O-glucoside (1/z 433), and pelargonidin
3-O-rutinoside (m/z 579). The identification process involved comparing retention times,
elution order, UV spectra, mass spectra, and relevant research group experience in similar
matrices [34].

2.5. Quantification of Anthocyanins

The quantification of anthocyanins was performed using an Elite HPLC LaChrom
Ultra liquid chromatography system (Hitachi, Tokyo, Japan). The methodology employed
was the previously employed by Velasco et al. [49] with some modifications.

The system consisted of an automatic autosampler (L-2200 U), a column oven (L-
2300), two pumps (L-2160 U), and a UV-Vis detector (L-2420 U). The temperature of
the column oven was set to 50 °C, and an injection volume of 15 puL. was used. The
detector was set to monitor the absorbance at 520 nm, which corresponds to the maximum
absorption wavelength of anthocyanins. A Kinetex EVO C18 column (2.6 pm, 2.1 X
100 mm, Phenomenex, Torrance, California, USA) was employed for chromatographic
separation. The mobile phase consisted of a 5% aqueous solution of formic acid (Phase
A) and pure MeOH (Phase B). A gradient elution method was applied with a flow rate
of 1.0 mL/min. The gradient profile (%B) over time (min) was as follows: 0.00, 15%; 1.50,
20%; 3.30, 30%; 4.80, 40%; 5.40, 100%; 8.40, 100%; and 9.00, 15%. The total analysis time,
including equilibration, was 9 min. Subsequently, the concentrations of the previously
identified anthocyanins were summed to obtain the total anthocyanin content (mg/100 g).

For the quantification of anthocyanins, a calibration curve was constructed using
cyanidin chloride (Sigma Aldrich, St. Louis, Missouri, USA) as a standard. The calibration
curve equation was y = 187132.66x — 4292.66, with an R? value of 1.00. The limit of detection
(LOD) and limit of quantification (LOQ) were determined to be 0.15 mg/L and 0.31 mg/L,
respectively. This calibration curve was used to determine the concentration of individual
anthocyanins, assuming that the molar extinction coefficient is similar among them and
applying the appropriate correction based on the molecular weight of each compound [50].

2.6. Identification and Quantification of Phenolic Compounds

The identification and quantification of phenolic compounds were conducted using
an ACQUITY UPLC H-Class system equipped with a DAD detector (ACQUITY UPLC®
H-Class, Waters Corporation, Milford, MA, USA) and controlled using Empower TM
version 3 Chromatography Data Software (Waters Corporation, Milford, Massachusetts,
USA). The injection volume was set at 3 uL. Chromatographic separation was achieved
using a reverse-phase C18 column (Acquity UPLC® BEH, 2.1 x 100 mm, 1.7 um, Waters
Corporation, Wexford, Ireland). A binary solvent system consisting of phase A (2% acetic
acid in water) and phase B (2% acetic acid in acetonitrile) was employed at a flow rate
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of 0.5 mL/min. The gradient elution profile (%B) over time (min) was as follows: 0.00,
0%; 1.00, 5%; 3.00, 10%; 5.00, 20%; 8.00, 30%; and 10.00, 100%. The total analysis time,
including equilibration, was 12 min. The temperature of the system was maintained at
47 °C throughout the analysis.

The identification of phenolic compounds was based on their retention times at specific
wavelengths. Chlorogenic acid, vanillic acid, and resveratrol were identified at 320 nm,
while rutin was identified at 360 nm. For quantification, calibration curves were constructed
for each compound. A chromatogram comparing the standard and phenolic compounds
identified can be found in Figure S1. The calibration curves exhibited the following
equations and statistical parameters: (i) chlorogenic acid (y = 26442x + 11415.3) with
an R? value of 0.9999, LOD of 0.12 mg/L, and LOQ of 0.37 mg/L; (ii) vanillic acid (y =
26087x + 2031.3) with an R? value of 0.9997, LOD of 0.22 mg/L, and LOQ of 0.66 mg/L;
(iii) resveratrol (y = 35396x — 14333) with an R? value of 0.9995, LOD of 0.56 mg/L, and
LOQ of 1.87 mg/L; and (iv) rutin (y = 34822x + 9115.2) with an R? value of 0.9992, LOD of
0.43mg/L, and LOQ of 1.40 mg/L. The sum of the quantities of these identified phenolic
compounds was expressed as total phenolic compounds (TPC) in mg/100 g, which served
as one of the response variables for optimization in this study.

2.7. Antioxidant Activity Assay

The antioxidant capacity of the extracts was determined using the DPPH (x-diphenyl-
B-picrylhydrazyl, C1sH12N504) method, employing the trolox standard as the reference
compound. The DPPH assay relies on the color change of the DPPH molecule, from purple
to pale yellow, when it reacts with an antioxidant substance such as trolox. This color
change occurs due to the reduction of the unpaired electron of the nitrogen atoms [51].
The chemical translation or observation of this modification manifests as a change in the
absorption of the solution, which can be measured at 515 nm.

To establish a calibration curve, trolox concentrations ranging from 5 to 100 mg/L
were selected. The resulting calibration curve for the trolox standard exhibited an equation
of y = 0.9059x — 3.6649, with a regression coefficient (R?) of 0.9993. After measuring
the absorbances of the samples, they were transformed into percentage inhibition using
Equation (3). The percentage inhibition served as a measure of the antioxidant capacity of

the extracts. ) l
o) i pipie _abs sample’\
Yo inhibition = (1 b blank ) 100 3)

2.8. Antimicrobial Activity Assay

The antimicrobial activity of the obtained extracts was assessed by examining their
impact on the growth of two bacterial strains: Escherichia coli 1077 (E. coli), a Gram-negative
bacteria, and Staphylococcus aureus (ATCC 6538) (S. aureus), a Gram-positive bacteria. The
initial inoculum for both bacterial strains had a concentration of 104-105 colony-forming
units (CFU) and was cultivated in tryptic soy broth (TSB) medium.

The experimental procedure involved dispensing 200 uL of the bacterial inoculum into
microplate wells, to which 20 pL of the mulberry extract or antibiotic at the appropriate
concentration was added. The growth of the bacteria was monitored for a period of 24 h
at 37 °C, and the optical density of the bacterial culture was measured at 600 nm. This
monitoring process allowed for the assessment of bacterial growth inhibition caused by
the mulberry extract or antibiotic [52,53]. All tests were performed in triplicate. Mulberry
extracts were obtained under optimal conditions and the optimal extraction solvent was
exposed to bacterial growth and subsequently subtracted from the signal to delay the
possible solvent influence. A bacterial culture without any additional compounds served
as the control in these experiments.
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2.9. Statistical Analysis

The BBD-RSM design was performed using the Statgraphic Centurion software (ver-
sion XVII) from Statgraphics Technologies, Inc. (The Plains, VA, USA). The data obtained
were compared and grouped based on the least significant difference (LSD) method, re-
sponse surface regression techniques, analysis of variance (ANOVA), and the Fisher test.
The significance level was set at 95%, corresponding to a p-value < 0.05.

3. Results and Discussion
3.1. Determining the Influencing Variables

To ascertain the pivotal factors influencing the extraction of anthocyanins and phenolic
compounds using EAE, a screening analysis was conducted employing the PB methodology.
Six variables were chosen for investigation, leading to a total of 12 experiments randomly
conducted (see Table S1). The total anthocyanin concentrations and phenolic compounds
in the samples were quantified and expressed as milligrams per 100 g of sample. The
obtained values were then subjected to analysis using the PB design, and the results were
correlated with the predicted values (Table S1). The analysis was performed separately for
anthocyanins and phenolic compounds.

3.1.1. Influential Variables for Anthocyanins

For anthocyanins, the average error between the predicted and observed values was
found to be 4.21%, ranging from 0.82% to 11.07%. Moreover, the statistical model achieved
an R? value of 0.82, indicating a good fit, and a Durbin—-Watson p-value of 2.27, which
exceeded the significance threshold of 0.05. This indicates that no substantial disparities
existed between the predicted and observed values.

The normal distribution of the data was verified, followed by the execution of an
analysis of variance (ANOVA) to explore the impact of the variables. The outcomes were
graphically illustrated through a Pareto diagram (Figure S2A). It was observed that pH
(p-value: 0.0145), the %EtOH in the solvent (p-value: 0.0392), and the units of enzyme added
(p-value: 0.0187) were the influential variables affecting the extraction of anthocyanins.
A negative influence of pH was observed, indicating that a lower pH value (within the
enzyme’s efficient range) resulted in a higher concentration of extracted anthocyanins. A
comparable trend was noted in relation to the quantity of enzyme employed. Furthermore,
it was observed that the proportion of ethanol in the solvent had a beneficial impact on the
extraction process, leading to an extension of its value to 80% in the subsequent BBD-RSM.
These findings align with the existing literature and the research group’s expertise, which
have highlighted the significant influence of %EtOH, solvent pH, and enzyme units on
anthocyanin production in EAE processes [34,54,55].

3.1.2. Influential Variables for Phenolic Compounds

Similarly, for total phenolic compounds, the predicted values were compared with
the observed values (see Table S1). The average error between the predicted and observed
values was 1.51%, ranging from 4.15% to 8.58%. The R? value obtained was 0.88, indicating
a good fit, and the Durbin—-Watson p-value was 1.99, exceeding the significance threshold
of 0.05. This result indicates the absence of statistically significant disparities between the
observed and predicted values. The normal distribution of the results was verified, and an
ANOVA was conducted. The results are graphically presented in Figure S2B using a Pareto
diagram. The diagram reveals that both the percentage of ethanol in the solvent (p-value:
0.0098) and enzyme units (p-value: 0.0348) were influential variables in the extraction of
phenolic compounds from mulberry samples. These findings are consistent with the results
obtained for anthocyanins.

Both variables were found to have a positive influence, implying that higher values
within the studied range led to a higher yield of total phenolic compounds. Consequently,
the %EtOH was extended to 80%, and the same range of enzyme units was retained for the
subsequent BBD-RSM optimization. In light of these findings, it can be deduced that the
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pH, %EtOH, and enzyme units are the influential variables in the extraction of anthocyanins
and phenolic compounds using EAE. Therefore, these variables were selected for further
optimization using BBD-RSM. The remaining variables’ values, temperature (set at 40 °C),
ratio (0.15 g per 15 mL), and agitation (200 rpm), were prescribed based on the research
group’s prior experience, as their influence was found to be minimal.

3.2. Box—Behnken Design

Subsequent to the preliminary screening analysis, the influential variables (%EtOH,
U/g enzyme, and pH) identified in the previous design were selected for further optimiza-
tion using the BBD-RSM. The specific values chosen for each factor are presented in Table
S2. A total of 15 trials were randomly conducted according to this design. The resulting
extracts from these 15 trials were analyzed using UHPLC-UV-Vis, and the content of total
anthocyanins and phenolic compounds were quantified and expressed as milligrams per
100 g of the sample. The obtained data were then analyzed using the BBD-RSM design.

3.2.1. Optimization for Anthocyanins

For the anthocyanins, predicted concentrations were calculated based on the BBD-RSM
design (Table S2), and these values were compared with the observed values, yielding an
average error of 5.88% ranging from 1.65% to 12.70%. The developed model exhibited an R?
value of 0.77, indicating a reasonable fit, and the Durbin-Watson p-value was 1.51, below
the significance threshold of 0.05. This suggests that there were no significant differences
between the predicted and observed values. The normal distribution of the results was
confirmed, and an ANOVA was performed, similar to in the previous analysis. In this
particular instance, it was determined that only the ethanol concentration had a discernible
impact (p-value: 0.0298) in the extraction of anthocyanins from mulberry. This variable
exerted a positive influence, indicating that a higher %EtOH within the studied range
resulted in a greater anthocyanins concentration.

3.2.2. Optimization for Phenolic Compounds

Similarly, the optimization process was conducted for phenolic compounds. The total
concentration obtained from the BBD-RSM analysis was used to predict values and compare
them with the observed values (Table S2). The average error between the predicted and
observed values was 3.28%, ranging from 0.16% to 10.90%. The model achieved an R? value
of 0.81, indicating a good fit. Additionally, the Durbin—-Watson p-value of 1.51 suggests that
there are no statistically significant disparities between the anticipated and observed values.
The influence of each variable on the extraction of phenolic compounds was examined. The
normal distribution of the results was confirmed, and an ANOVA was performed. The
analysis revealed that none of the variables studied had a significant influence, as all of
them presented p-values greater than 0.05.

The ANOVA results obtained using BBD-RSM for both anthocyanins and phenolic
compounds are summarized in Table S3.

3.3. Optimal Extraction Conditions

Following the examination of influential variables using the BBD-RSM design, the
optimal extraction conditions for anthocyanins and phenolic compounds were determined.
For the extraction of total anthocyanins, the optimal conditions involved dissolving 0.15 g
of the sample in 15 mL of a solvent consisting of 80%EtOH at pH 4. Additionally, 38.46 U
of enzyme per gram of sample was added, and the extraction was conducted at 40 °C with
agitation at 200 rpm. Similarly, for phenolic compounds, the optimal conditions included
dissolving 0.15 g of the sample in 15 mL of a solvent with 65.32%EtOH at pH 4. An enzyme
concentration of 35.67 U per gram of sample was used, and the extraction was performed
at 40 °C with stirring at 200 rpm. Both extractions were conducted for 20 min.

Upon comparing these optimal conditions, certain similarities were observed, prompt-
ing the exploration of a multi-parametric approach to develop a single enzymatic extraction
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method for various metabolites present in wild blackberries. The chosen optimal values for
extraction encompassed 0.15 g of the sample dissolved in 15 mL of a solvent containing
80%EtOH at pH 4. Additionally, 38.46 U of enzyme per gram of sample was added, and
the extraction was conducted at 40 °C with stirring at 200 rpm for 20 min. Notably, the
pH value was situated at the lower boundary of the examined range due to the influential
factors affecting the nature of phenolic compounds. The enzyme units employed were at
the upper extreme of the studied range, although a further increase would entail higher
costs without a significant influence on the extraction. Moreover, the optimal %EtOH
was also found to be at the upper end of the studied range. However, since %EtOH was
influential in anthocyanin extraction, an additional study was planned to explore solvents
with increased %EtOH ranging from 70% to 100%.

3.4. Ethanol Percentage Influence
To assess the impact of %EtOH in the solvent on the extraction of anthocyanins

and phenolic compounds, a comprehensive evaluation was conducted. Under optimal
conditions, the %EtOH was varied from 70% to 100%, and the analysis was performed
in duplicate. The total concentrations of anthocyanins and phenolic compounds were
calculated in milligrams per 100 g of sample and served as the response variables. The
average total concentrations for both compounds were calculated and plotted against the
%EtOH used in the solvent preparation (Figure 1).
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Figure 1. Effect of %EtOH on EAE for anthocyanins (mg/100 g sample) and phenolic compounds
(mg/100 g sample). Different letters indicate a significant difference at 95% confidence.

The results revealed a progressive decrease in the total concentration of both antho-
cyanins and phenolic compounds as the %EtOH increased, with the maximum concentra-
tion achieved at 70%. An ANOVA was performed to ascertain the statistical significance
of the observed differences dependent on the %EtOH used. Subsequently, a Duncan post
hoc analysis was applied to compare the various %EtOH. The findings of the post hoc
analysis indicated that there were no significant differences between using 70% or 80%
EtOH. However, significant differences were observed when comparing these percentages
with the rest of the range. As a result of these findings, it has been determined that utilizing
70% EtOH is the optimal concentration for the extraction process.

In conclusion, the optimal extraction conditions for anthocyanins and phenolic com-
pounds from mulberries were determined to be as follows: 0.15 g of sample extracted with
15 mL of a solvent containing 70%EtOH and adjusted to pH 4. Additionally, 38.46 enzyme
units were added, and the mixture was heated to 40 °C while stirring at 200 rpm. These
identified optimal conditions are consistent with previous research on the extraction of
phenolic compounds from analogous matrices. For instance, Aliafio-Gonzalez et al. [34] op-
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timized the extraction of polyphenols from blackcurrant using 0.1 g of sample, a 10%EtOH
solvent at pH 4, and a temperature of 30 °C. Similarly, Alavarsa et al. [32] employed a
40%EtOH solvent at pH 4, 0.1 g of agai, 24 enzyme units per gram, and a temperature of
60 °C for polyphenol extraction from agai. Meini et al. [56] optimized the extraction of
polyphenols from Syrah grape pomace using 180 enzyme units per gram, a temperature
of 45 °C, and a pH 4 buffer. Likewise, Chamorro et al. [57] investigated the extraction
of phenolic compounds from grape seed and grape pomace using a buffer at pH 5.50, a
temperature of 35 °C, and 13.5 enzyme units.

These similarities in optimal conditions among different studies highlight the consis-
tency and reproducibility of the extraction process using EAE for phenolic compounds
from various plant sources.

3.5. Study of the Optimum Extraction Time

Following the establishment of optimal conditions for enzymatic extraction of polyphe-
nols from mulberries, the study proceeded to investigate the optimal extraction duration.
Enzymatic extractions were carried out in triplicate at various time intervals (5, 10, 15, 20,
30, and 60 min) under the established optimal conditions. Subsequently, the extracts under-
went analysis via UHPLC-UV-Vis, and the cumulative concentrations of anthocyanins and
phenolic compounds were calculated and are represented in Figure 2.
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Figure 2. Effect of extraction time for the EAE of anthocyanins (mg/100 g sample) and flavonoids
(mg/100 g sample) from mulberry (n = 3). Different letters indicate significant differences at 95%
confidence.

The obtained results were subjected to analysis employing a one-factor ANOVA, which
revealed significant differences in the extraction time for both anthocyanins and phenolic
compounds concentrations. Subsequently, a Duncan’s post hoc analysis was conducted
to further examine these differences. For anthocyanins, no significant disparities were
detected between the concentrations obtained at extraction times ranging from 5 to 30 min,
but a lower concentration was obtained at 60 min. In the case of phenolic compounds,
it was found that a 5 min extraction yielded a significantly higher total concentration
compared to the other time intervals. In addition, there was a progressive decline in content
as the extraction time was extended. This decrease in the overall concentration of both
compounds with longer extraction times may be attributed to the documented degradation
of phenolic compounds, particularly under prolonged or extreme extraction conditions, as
documented in the previous literature [58].

As aresult, it was concluded that a 5 min extraction time was optimal for the developed
method. This finding carries significant advantages, as it allows for very short extraction
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times, thereby making the process more cost-effective and environmentally friendly by
reducing energy consumption and minimizing the overall environmental impact.

3.6. Validation of the Extraction Method
3.6.1. Repeatability and Intermediate Precision Evaluation

After completing the kinetic study, the enzymatic extraction method was validated
through a repeatability and intermediate precision study. Nine trials were conducted on
three different days, totaling 27 experiments. The repeatability was assessed using the nine
experiments performed on the same day, while the intermediate precision study used data
collected on three different days (9 + 9 + 9). Under the optimal conditions for both antho-
cyanins and phenolic compounds, the total concentrations achieved were as follows: for re-
peatability, 119.63 £ 2.39 mg /100 g sample for anthocyanins and 494.61 + 10.01 mg/100 g
sample for phenolic compounds; for intermediate precision, 119.50 =+ 3.24 mg/100 g sam-
ple for anthocyanins and 484.37 + 21.48 mg/100 g sample for phenolic compounds. The
coefficient of variation (C.V.) was used as a statistical measure for the validation study. The
C.V. values achieved for repeatability were 1.99% for anthocyanins and 2.71% for phenolic
compounds, while for intermediate precision, they were 2.02% for anthocyanins and 4.44%
for phenolic compounds. These values were all below 5%, indicating that the developed
method is reliable, repeatable, and exhibits good intermediate precision.

3.6.2. Enzyme-Assisted Extraction Evaluation

Subsequent to the development of the method, the next phase of this research involved
ascertaining the influence of EAE on the extraction of anthocyanins and phenolic com-
pounds in mulberry samples. To investigate this, three extractions were conducted under
optimal conditions, omitting the introduction of enzymatic units into the mixture. The
resultant concentrations of total anthocyanins and phenolic compounds were determined
and compared with data derived from extractions carried out under optimal conditions
with the inclusion of the enzyme.

The total anthocyanins concentration attained in the absence of enzyme utilization was
measured at 109.65 & 2.19 mg/100 g of the sample, while the corresponding concentration
for phenolic compounds stood at 449.53 &+ 9.10 mg/100 g of the sample. It is evident from
these results that the omission of the enzyme led to a reduction of approximately 8.5% in
the concentration of bioactive compounds extracted, thereby affirming the positive role
played by the EAE in the recovery of these valuable compounds from mulberry samples.

3.7. Application to Real Samples

Subsequently, the established extraction method was employed for the analysis of
real samples collected from diverse geographical locations (see Table 1). Each extraction
procedure was conducted in triplicate, adhering to the optimal conditions previously
determined. Individual anthocyanins and phenolic compounds were quantified using
calibration curves, and the cumulative concentration for each compound category was
computed by summing the individual compounds. The average of the three replicates was
computed, and the outcomes are detailed in Table 2.

The results were analyzed using a one-factor ANOVA at the 95% confidence level.
Regarding total anthocyanins, it can be observed that Morus nigra from Torrecera (Mn-T)
exhibited the highest concentration of anthocyanins (2790.00 & 21.40 mg/100 g), which was
significantly different from the other varieties. This is consistent with the previous literature,
as the dark color of blackberries indicates a higher concentration of polyphenols [59]. Morus
rubra from Torrecera (Mr-T) and Morus rubra from Puerto Real, 1 (Mr-PR1) and 2 (Mr-PR2),
showed similar concentrations, while the white varieties displayed lower concentrations.
Among the white varieties, Morus alba with white fruit exhibited the lowest concentration
(82.00 & 4.00 mg/100 g) compared to the other blackberries. When considering individual
compounds, cyanidin 3-O-glucoside was found to be the most abundant anthocyanin,
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while pelargonidin-3-O-glucoside had the lowest concentration in most cases, consistent
with previously described anthocyanins in mulberries [60].

Table 2. Concentrations of the different individual and total anthocyanins and phenolic compounds
(mg/100 g sample) in the different mulberry samples. Different letters indicate a significant difference
at 95% confidence.

Anthocyanins (mg/100 g)

Sample Cyanidin Cyanidin Pelargonidin Pelargonidin Total
3-O-glucoside 3-O-rutinoside 3-O-glucoside 3-O-rutinoside
Mn-PR 144.00 + 22.00 2 13.00 £+ 0.412 5.00 & 1.00 2 18.00 £ 3.00 2 181.00 + 26.00 @
Ma-B 60.00 + 4.00 @ 12.00 £ 0.28 2 1.00 +0.122 8.00£0.112 82.00 + 4.00 @
Ma-P 166.00 & 10.00 @ 17.00 £ 2.00 @ 3.00 + 0442 18.00 + 1.00@ 204.00 + 7.00 2
Mn-T 2530.00 & 192.00 4 123.00 4 11.00 83.00 + 7.00 d 56.00 + 5.00 d 2790.00 & 214.00 4
Mr-T 1434.00 + 118.00 113.00 & 10.00 € 59.00 =+ 4.00 € 54.00 + 4.00 < 1660.00 + 135.00 €
Mr-Pr 1 1045.00 + 84.00 P 78.00 + 5.00 P 39.00 £ 3.00° 40.00 + 10.00 b 1202.00 + 101.00 ®
Mr-Pr 2 1113.00 + 13.00P 95.00 & 1.00 ® 60.00 £ 0.46 ¢ 42.00 =+ 1.00 be 1310.00 + 14.00 b
p-value 7.57 x 10714 1.11 x 10712 3.98 x 10714 145 x 1078 1.08 x 10713
Phenolic Compounds (mg/100 g)
Sample
Chlorogenic Acid Vanillic Acid Rutin Resveratrol Total
Mn-PR 678.00 % 65.00 @b 505.00 + 55.00 2 594.00 + 75.003>  2057.00 =+ 85.00 2P 3834.00 + 396.00 2
Ma-B 1357.00 + 72.00 € 2805.00 + 83.00°  1825.00 + 671.002  1997.00 + 24.00 @b 7984.00 & 1202.00 b
Ma-P 428.00 + 40.00 2 990.00 =+ 94.00 ab 504.00 +45.002  2125.00 + 108.00 2P 4047.00 + 406.00 2
Mn-T 576.00 + 37.002>  2265.00 £ 79.002®  830.00 + 70.00 2P 2392.00 =+ 50.00 ¢ 6063.00 =+ 334.00 ab
Mr-T 1204.00 £94.00¢  6682.00 +924.00¢  2198.00 +314.00¢  2026.00 +51.002>  12110.00 =+ 1956.00 €
Mr-Pr 1 841.00 + 45.00 P 5209.00 4 449.00¢  1706.00 + 116.002®  1969.00 = 12.00 ab 9725.00 + 880.00 b¢
Mr-Pr 2 560.00 + 32.002>  2873.00 +269.00°  892.00 £21.002>  1864.00 + 138.00 2 6189.00 =+ 651.00 2P
p-value 0.000068 0.000123 0.020516 0.035933 0.000574

Once again, a one-factor ANOVA with a 95% confidence interval was conducted to
examine whether there were significant differences in the concentrations of each phenolic
compound, as well as the total amount, depending on the variety of mulberry. The analysis
revealed significant differences in the total concentration of phenolic compounds among
the varieties. The Morus rubra variety from Torrecera exhibited the highest concentration
(12,110.00 £ 1956.00 mg /100 g), which was significantly different from the other samples.
These findings align with results previously documented in the literature [42]. On the
other hand, the variety selected for the optimization of the design showed the lowest
concentration (3834.00 £ 396.00 mg/100 g) without significant differences compared to
Morus alba with purple fruit, Morus rubra from Torrecera, and overripe Morus rubra from
Puerto Real. Thus, it can be observed that the profile of phenolic compounds slightly differs
from that of anthocyanins.

Regarding the individual compounds, chlorogenic acid, vanillic acid, and rutin were
found to be more abundant in Morus alba with white fruit, Morus rubra from Torrecera, and
Morus rubra from Puerto Real in their first sampling. On the other hand, resveratrol was
more abundant in purple and black mulberries.

3.8. Antioxidant Activity

The enriched extracts derived from the real samples were subjected to assessment for
their antioxidant potential. The analysis was carried out employing the DPPH method,
as previously outlined, and the mean values of the replicates are compiled in Table 3.
The outcomes substantiated the presence of phenolic compounds and antioxidant activity
across all the mulberry samples examined. It was observed that the antioxidant capacity
had a directly proportional relationship with the concentration of polyphenols. In other
words, higher concentrations of polyphenols corresponded to higher antioxidant capacity
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in the extracts. This relationship was expected considering the well-known antioxidant
properties of these bioactive compounds. Among the mulberries, Mn-T exhibited the
highest antioxidant power with a value of 56.04 & 4.60 trolox eq. On the other hand, Ma-B
had a lower antioxidant capacity with a value of 9.7439 + 0.44 trolox eq. These findings
are consistent with what has been described in the literature regarding the antioxidant
properties of different mulberry varieties. For instance, Ruiz-Rodriguez et al. [61] obtained
an antioxidant capacity of 26.3 trolox equivalent for Morus nigra samples whereas Vuk-
mirovic et al. [62] observed an antioxidant power of 10.49 trolox equivalent, data similar
to the obtained for the Mn-PR sample. Krzykowski et al. [63] also evaluated the Morus
alba antioxidant capacity using the ABTS method obtaining a EC50 of 12.82 mg/mL, also
similar to the data obtained in the current research.

Table 3. Antioxidant capacity of mulberry samples expressed as trolox equivalents and antimicrobial
activity of extract calculated as difference in absorbance at 600 nm at 24 h and 0 h for Gram-negative
(E. coli) and Gram-positive (S. aureus) bacteria.

. Diff. Abs Diff. Abs

Samples Trolox Equivalent E. coli S. aureus
Mn-PR 25.51 + 1.04 0.36 0.56
Ma-B 9.74 £ 0.44 0.35 0.63
Ma-P 13.12 +0.72 0.40 0.66
Mn-T 56.04 + 4.60 0.20 0.57
Mr-T 29.53 +2.52 0.25 0.59
Mr-Pr1 21.80 £ 3.47 0.36 0.58
Mr-Pr 2 28.46 + 2.07 0.32 0.57
Control (bacteria) - 0.35 0.68

Overall, the results indicate that the developed method successfully extracted phenolic
compounds with antioxidant capacity from the real mulberry samples.

3.9. Antimicrobial Activity

In the final stage of the study, the antimicrobial activity of the mulberry extracts
obtained using the optimal extraction conditions was evaluated. Both Gram-negative (E.
coli) and Gram-positive (S. aureus) bacterial cultures were exposed to the extracts, and the
average growth curves of the bacteria are graphically represented in Figure 3. The control
culture displayed a typical sigmoidal growth profile.

The Mn-T and Mr-T samples exhibited the highest antimicrobial activity against E.
coli (Gram-negative) with absorbance differences at 600 nm of 0.20 and 0.25, respectively.
On the other hand, the Mn-PR and Mr-Pr2 samples displayed the highest activity against
S. aureus (Gram-positive) with an increase in absorbance of 0.56 and 0.57, respectively.
Notably, these samples also demonstrated the highest antioxidant activity, which aligns
with the expected results. While previous studies have evaluated the antimicrobial activity
of mulberry pulp [64-66], to the authors” knowledge, this is the first investigation to assess
the antimicrobial capacity of extracts from different mulberry varieties obtained using
EAE. These findings highlight the remarkable antimicrobial properties of the extracted
bioactive compounds. Overall, this study successfully demonstrated the antimicrobial
activity of the mulberry extracts, further emphasizing the potential of these extracts as
natural antimicrobial agents.
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Figure 3. Antimicrobial activity of extracts from mulberries obtained under optimal extraction
conditions (A) for E. coli cells (gram negative) and (B) S. aureus cells (gram positive).It was observed
that extracts from all the mulberry varieties exhibited antimicrobial activity, as the bacterial growth
was lower than that of the control after 24 h. However, in the case of E. coli, the Mr-T and Mr-Prl
varieties showed similar values to the control, indicating relatively weaker antimicrobial activity
against this Gram-negative bacterium. To assess the individual impact on each strain, the difference
in absorbance between the initial point and 24 h was calculated. Smaller differences indicated higher
antimicrobial activity. The results for both bacteria are presented in Table 3.

4. Conclusions

The present study successfully optimized an enzymatic extraction method to obtain
phenolic compound-enriched extracts from mulberries. The effectiveness of this method
was demonstrated across different mulberry varieties. The use of EAE offers several
advantages, including low temperature and solvent consumption, cost-effectiveness, gentle
extraction conditions, and rapid analysis times. These advantages make it a valuable
technique for obtaining bioactive compound-rich extracts from mulberries.

Furthermore, this study investigated the variation in phenolic compound content
among different mulberry varieties. This allows for the selection of specific varieties based
on the desired bioactive compounds. The extracts obtained from the optimized method
exhibited notable health benefits, particularly high antioxidant and antimicrobial activities.
These findings are significant for the scientific community and society as a whole, opening
up possibilities for diverse applications. The extracts may find application in fields such as
medicine, pharmaceuticals, nutrition, and even in the development of antibacterial and
antifungal treatments for crops.
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Overall, this study’s findings contribute to the advancement of knowledge regarding
mulberry extracts and their potential as sources of bioactive compounds. The optimized
extraction method, along with the observed beneficial properties, holds promise for vari-
ous practical applications with positive implications for multiple industries and areas of
research.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/agronomy13102548 /s1. Table S1. Experimental extraction con-
ditions and total anthocyanins and phenolic compound values obtained and adjusted to the 12
Plackett-Burman tests with six variables. Table S2. Experimental extraction conditions and total
anthocyanins and phenolic compound values obtained and adjusted to the BBD-RSM. Table S3.
Values obtained from the ANOVA analysis of anthocyanins and phenolic compounds of mulberry
by BBD-RSM. Figure S1. UV Chromatogram at 320 nm. In blue, a mixture of standards; in black,
mulberry extract. 1. Chlorogenic acid, 2. Vanillic acid, 3. Rutin, and 4. Resveratrol. Figure S2. Pareto
chart for (A) anthocyanins (mg/100 g) and (B) phenolic compounds (mg/100 g) according to the
analysis for PB.
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