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Abstract: The consumption of mushrooms has considerably increased in recent years because of their
beneficial nutritional properties due to their essential amino acids, proteins, and dietary fiber content.
Recent research has shown that they are also rich in polysaccharides and phenolic compounds. These
compounds exhibit decisive free radical and ROS scavenging power with potential application to
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iations. In recent years, people have grown aware of the mental and physical damage suf-

fered as a consequence of certain bad habits, high levels of stress, consumption of ultra—
processed food, or insufficient physical activity [1]. As a consequence, many physical and
mental illnesses such as depression, anxiety, obesity, and cancer are becoming increasingly
common [2,3]. A large proportion of consumers have reacted to this by modifying their
This article is an open access article  consumption habits and eating more nutritious and healthy foods, such as mushrooms. In
distributed under the terms and  this sense, mushrooms have been recognized for their superior nutritional value because of
conditions of the Creative Commons  their substantial content of essential amino acids, proteins, dietary fiber, polysaccharides,
Attribution (CC BY) license (https://  Steroids, terpenes, terpenoids, glutathione, and phenolic compounds [4,5]. In fact, mush-
creativecommons.org/licenses /by / rooms have been consumed for centuries all over the world and used in cosmetic or even
4.0/). traditional medicine in some Eastern countries [6-8].
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Many of the energy production processes that are essential to living organisms involve
oxidation reactions. In fact, Reactive Oxygen Species (ROS) are present in many of the
regular cell metabolic paths [9]. However, an uncontrolled production of ROS may cause
damage to certain cells, lipids, proteins or DNA and lead to a number of consequences such
as ageing processes or the development of certain diseases such as cancer, atherosclerosis,
diabetes, rheumatoid arthritis, etc. [10,11]. Furthermore, an excess of ROS can negatively
regulate collagen-synthesizing genes and lead to matrix metallopeptidase (MMP) overex-
pression in dermal fibroblasts. As the integrity of the skin gets damaged, it becomes thin,
fragile, and wrinkled and this could even result in the development of skin cancer [12,13].

Recent studies have proven that polysaccharides and phenolic compounds exhibit a
decisive free radical and ROS scavenging power [14]. Because of the high content of these
compounds in mushrooms, the extracts obtained from different strains have been analyzed.
According to such analysis, mushrooms exhibiting substantial antioxidant, antiaging,
immune modulation, hypolipidemic and hemagglutinating activities. Consequently, they
have been successfully tested in anticancer and neuroprotection treatments by different
researchers [15-21]. In addition, the phenolic compounds that can be extracted from
mushrooms have exhibited important anti-inflammatory properties that wound render
them suitable for the treatment of certain neurodegenerative disorders associated with
inflammatory processes that may lead to conditions such as Alzheimer’s or Parkinson’s
diseases [19-24].

For all these reasons, it is necessary to count on rapid, simple, economic and effective
analytical methods that can determine the quality of mushrooms according to their phenolic
compounds content as well as to their antioxidant capacity. This information would allow
us to evaluate the different mushroom varieties and to control the quality of mushrooms
and also the products made from them in the food industry.

Conventional extraction methods like maceration or Soxhlet extraction have been
widely applied in phenolic compounds extraction because of their easy operation and
the undemanding equipment required. However, their long extraction and processing
times or their high volume of organic solvents and energy consumption may result in
low yields, compound degradation, or high operating costs [25]. For this reason, growing
demand for alternative extraction techniques has been observed during the last years.
Ultrasound-Assisted Extraction (UAE) is a technique that employs ultrasound waves
to generate expansion and compression cycles that produce an acoustic cavitation that
forms bubbles [25,26]. When such bubbles collapse, the localized pressure generated
by the cavitation forces cause the destruction of the cell walls in the matrix, thereby
releasing the cells’ content [27]. This physical-chemical phenomenon makes of UAE an
ideal technique for the extraction of certain compounds from plant matrices, such as
phenolic compounds. Since neither high temperature nor high pressure levels are required,
the phenolic compounds can be extracted by UAE without any damage and, therefore,
without altering their antioxidant capacity. Over the last year, many researchers have
employed UAE to replace other conventional extraction techniques, like maceration, or
solid-liquid extraction, since UAE requires a significantly lower consumption of solvent
and energy to achieve the same or even better outputs [28]. Thus, UAE has been successfully
employed for the extraction of phenolic compounds from heather flowers, onions, lavender,
acai, blueberry, walnut, etc. [27,29-34].

Therefore, given the advantages that the employment of ultrasound represents, this
study intends to optimize an Ultrasound-Assisted Extraction method for the extraction
of total phenolic compounds from different mushroom samples. The Folin-Ciocalteu
method has been selected and employed for the detection and quantification of the phenolic
compounds in the extracts [35-38].

Antioxidant capacity is another parameter that had to be evaluated in this research,
since it is essential that the extraction method produces extracts that hold the maximum
antioxidant capacity of the compounds of interest, so that the different mushroom varieties
can be compared against each other. In this case, the ABTS and DPPH methods were
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employed to measure the antioxidant capacity of the extracts by means of UV-vis spec-
troscopy. The DPPH method is based on the behavior of a radical that exhibits an intense
violet color in the solution at the 515 nm absorption band, but becomes colorless when
it is neutralized by antioxidant agents [39—-41]. This is explained by the DPPH molecule
(2,2-diphenyl-1-picrylhydrazyl), which has an unpaired electron that, when in contact
either with a substance that can donate a hydrogen atom or with other radical species,
produces either the reduced form DPPH-H or DPPH-R respectively. This results in a
measurable loss of absorbance and, consequently, of visible color. Thus, the greater the loss
of color, the greater the antioxidant activity [40,41].

ABTS, on the other hand, uses a radical that is reactive against most antioxidant
molecules. In this case, the ABTS" cation radical is obtained after ABTS (2,2-azino-bis
(3-ethylbenzothiazoline-6-sulfonic acid)) reacts to potassium persulfate in an aqueous so-
lution incubated at room temperature and in the absence of light [42,43]. In this case, a
deep green solution is obtained. Similarl to DPPH, the solution’s color intensity decreases
when the ABTS* radical cation reacts with the antioxidant agents and is neutralized. Con-
sequently, the lighter the color the greater inhibition of the ABTS* radical has taken place,
and, consequently, a higher antioxidant activity is being indicated [44,45].

In conclusion, this work is based on first the development of and UAE method for the
extraction of phenolic compounds from mushroom samples while ensuring the extracts’
maximum antioxidant capacity. Additionally, to apply the developed extraction method to
a variety of mushroom species and derived products for quality control purposes.

2. Materials and Methods
2.1. Mushroom Samples

In order to ensure the suitability of the developed method, a number of samples from
wild and commercial mushroom have been tried as part of this investigation. The wild
species were picked from various areas in Southern Andalusia and Northern Morocco,
while the commercial varieties were purchased from different supermarkets in the province
of Cadiz (Spain). Further information on the species, origin, year of collection/acquisition,
or supermarket brand can be found in Table S1. At least 15 specimens, either picked or
purchased, were used to produce each sample to ensure their representativeness.

All the samples were subjected to the same pretreatment. Firstly, they were deep
frozen at —80 °C and a high vacuum system was applied to remove any ice generated by
sublimation as well as to dehydrate the samples. For this, a LyoAlfa 10/15 lyophilization
equipment (Azbil Telstar Technologies, Terrassa, Barcelona, Spain) was used. Subsequently,
the lyophilized mushrooms were ground by means of a regular household electric grinder
to produce homogenized powder samples of each species. When ground samples are used
a greater contact surface between the mushroom and the solvent is achieved, which in turn
enhances extraction outcomes. Finally, the samples were kept in a freezing chamber at
—20 °C until analysis. For the optimization of the extraction method, the species Suillus
bovinus (picked from Dehesa de las Yeguas, Puerto Real, Spain; 36°33'46.0" N, 6°07'38.5” W)
was used. Subsequently, the developed method was applied to the rest of the species in
order to test its suitability.

2.2. Chemical and Solvents

The extraction solvent was one of the variables to be optimized as part of the method
development. For that, methanol of HPLC grade (Fisher Chemical, Loughborough, UK)
and Milli-Q water, obtained from a Milli-Q water purification system (Millipore, Bedford,
MA, USA), were used, and the percentage of the MeOH in water was achieved by liquid-
liquid mixture.

Gallic acid (>95% purity, Sigma Aldrich, Steinheim, Germany) was employed as the
commercial standard to generate the Folin-Ciocalteu calibration curve, whereas 6-hydroxy-
2,5,7 8-tetramethylchroman-2-carboxylic acid (Trolox) (>95% purity, Sigma—Aldrich, Stein-
heim, Germany) was used for the calibration curves of the DPPH and ABTS methods.
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For the quantification of the total phenolic compounds through the Folin-Ciocalteu
spectroscopy method, distilled water (Millipore, Bedford, MA, USA), Folin’s reagent (a
mixture of sodium phosphomolybdate and sodium phosphotungstate) (Merck KGaA,
Darmstadt, Germany), and anhydrous sodium carbonate (Panreac, Barcelona, Spain) were
employed. To determine the antioxidant activity through the DPPH method, distilled
water and 2,2-diphenyl-1-picrylhydrazyl (DPPH) dissolved in methanol (Fischer Chemical,
Loughborough, UK) were used. On the other hand, distilled water, potassium persulfate,
and 2,2-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) (ABTS) dissolved in methanol
(Fischer Chemical, Loughborough, UK) were used for the ABTS method.

2.3. Ultrasound—Assisted Extraction
2.3.1. Ultrasound—-Assisted Equipment

The UAE system employed for the present research was a Sonopuls HD 2070.2 proces-
sor (20 Hz, 70 W, BANDELIN electronic GmbH & Co KG, Heinrichstrabe, Berlin, Germany),
with a water bath coupled to a temperature controller (FRIGITERM-10, J.P. Selecta, S.A.,
Barcelona, Spain) that allowed us to set the desired extraction temperature.

2.3.2. Optimizing the Ultrasound-Assisted Extraction Method

A Box-Behnken design with response surface methodology (BBD-RSM) was used to
optimize the UAE method. This design allows to determine the effect from each variable
and from their interactions on the response variable, so that the best values of the considered
factors can be selected. In addition, since it does not present any axial points, a more
spherical arrangement of the design is generated and this allows to avoid any extreme or
even unfeasible conditions that might cause the degradation of sensitive compounds, as is
the case with phenolic compounds [46]. Five variables were selected to be optimized: %
MeOH in solvent, extraction temperature, amplitude, cycle, and sample to solvent ratio.

Box—Behnken designs are based on three levels per factor: (—1) a lower level, (0) an
intermediate level, and (1) a higher level. These variables and their ranges were selected
according to the research group’s experience. Ultrasound parameters both amplitude
and cycle ranges were limited by the characteristics of the equipment used in this study.
The sample:solvent ratio was established based on the experience of our research group
with extractions from similar matrixes [29,47-49]. Nevertheless, a deeper study on the
influence attributable to the percentage level of MeOH in the solvent and to the extraction
temperature was required to establish the optimum range for this study. The data obtained
from such study can be seen below.

The variables’ ranges were established as follows: % MeOH in the solvent (50-100%), ex-
traction temperature (10-60 °C), amplitude (10-40%), cycle (0.2-1s™!), and ratio (0.25 g:10 mL~
0.25 g:20 mL). The extraction time was initially set at 10 min. In addition, 6 central points
were set to determine the error, which implies conducting a total of 46 experiments to
produce the BBD-RSM design. All the experiments were randomly performed.

Three response variables were considered: the total phenolic compounds content
as determined by Folin—Ciocalteu methodology, and then the antioxidant capacity as
determined by the DPPH and the ABTS methods. The influence from each factor and
the optimal values according to each response variable were analyzed separately. Then, a
global analysis was conducted in order to determine the optimum conditions for the three
response variables as a whole, i.e., to determine the optimal conditions for a global response
where the three response variables would be considered at the same time. A summary
of the experimental conditions and their results according to the BBD-RSM design can
be seen in Tables S2-54. The computer application Statgraphic Centurion (version XVII)
(Statgraphics Technologies, Inc., The Plains, VA, USA) was employed to determine the effect
from the selected variables on the responses, the second—order mathematical model, the
surface plots, the optimal levels of the significant variables and the variance of the analysis.
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2.4. Evaluating Total Phenolic Compounds and Antioxidant Activity
2.4.1. Spectroscopic Evaluation

For the measurement of the antioxidant activity and for the quantification of the
total phenolic compounds, a Cary 60 UV-Vis spectrophotometer (Agilent Technologies,
Mulgrave, Australia) was employed. The absorbances were measured with quartz cuvettes,
and all the extracts were previously filtered through a 0.22 um syringe filter.

2.4.2. The Folin—Ciocalteu Method

For the quantification of the total phenolic compounds, the Folin-Ciocalteu method
was employed. For that purpose, 250 uL of the extract was mixed with 1.25 mL of Folin’s
reagent and 5 mL of 20% sodium carbonate in a 25 mL volumetric flask and then made
up to the mark using distilled water. The mixture was homogenized by manually stirring
it for some seconds, and then it was allowed to settle for 30 min in the absence of light.
Finally, the absorbance was measured at 765 nm by means of a spectrophotometer. The
blank sample was produced by replacing the 250 puL of the extract with distilled water.

The calibration curve of this method was generated using gallic acid as the standard
at a concentration range from 100 to 1000 mg L™!. The calibration curve obtained was
f(x) = 0.0007x — 0.075 with a R? of 0.9998.

2.4.3. The DPPH Method

DPPH was one of the two methods that had been selected to measure the antioxidant
capacity of the extracts. The measuring procedure is described below.

Firstly, 6 - 10 M of DPPH solution in methanol was prepared. For that purpose,
1.2 mg of DPPH was dissolved in 10 mL of methanol and transferred into a 25 mL volu-
metric flask that was made up to the mark with methanol. After that, 100 pL of the extract
was mixed with 2 mL of the 6 - 10 M DPPH solution in a test tube and allowed to settle
for 40 min in the absence of light. The absorbance of the sample at 515 nm was measured
by means of a spectrophotometer. The blank sample was produced by subjecting pure
methanol to the same procedure. The calibration curve was elaborated with Trolox as the
standard in a concentration range from 0.5 up to 100 mg L ™!, and then the same procedure
was applied. The calibration curve obtained was: f(x) = 0.8596x + 0.309, with a R? of 0.9994.

2.4.4. The ABTS Method

The ABTS method was used to quantify the antioxidant capacity for a second time.
Firstly, a solution of 7 mM of ABTS and 2.45 mM of potassium persulfate was prepared.
For that purpose, 19.2 mg of ABTS and 3.3 mg of K;5,0g were weighed and dissolved in
3 mL of distilled water. Then, the solution was placed into a 5 mL volumetric flask and
made up to the mark with distilled water. Finally, the solution was allowed to settle in the
absence of light for 16 h. After that, MeOH was gradually and slowly added to the ABTS
solution until 0.70 =+ 0.02 absorvance was measured at 734 nm. This solution was the one
to be used for the ABTS measurements.

The measuring procedure was as follows: 100 uL of the extract was mixed with 2 mL
of the ABTS solution in a test tube and the absorbance of the mixture was measured at
734 nm by means of a spectrophotometer. The blank sample was produced by subjecting
pure methanol to the same experimental conditions. The calibration curve was elaborated
using Trolox as the standard in a concentration range from 0.5 up to 500 mg L™ and then the
same procedure was applied. The calibration curve obtained was: f(x) = 0.0799x — 0.0433,
with a R? of 0.9995.

3. Results and Discussion
3.1. Study of the Previous Extraction Conditions

As previously mentioned, the optimization of the UAE extraction conditions was
based on a BBD-RSM design. Five variables were optimized (% MeOH in the extraction
solvent, extraction temperature, amplitude, cycle, and sample-to-solvent ratio). The ranges
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of three of these variables were restricted either by the equipment limited features or based
on the research group experience. However, the ranges corresponding to percentage of
MeOH in solvent as well as the extraction temperature were determined.

The percentage of MeOH in the extraction solvent was the first variable to be estab-
lished. For that, different percentages of methanol in water (20, 40, 60, 80, and 100%) were
used for the UAEs. The rest of the conditions for these extractions were 0.25 g of Suillus
bovinus mushroom extracted at 40 °C for 10 min with 15 mL of the corresponding solvent
and using 40% amplitude and 0.5 s of ultrasound cycles. Each extraction was carried out
in duplicate.

Each extract was centrifuged for 5 min at 1702 x g. The supernatant was transferred
into a 25 mL volumetric flask and made up to the mark with the same solvent that had
been used for the extraction. The extracts were stored at —20 °C until their analysis by
Folin—Ciocalteu, DPPH, and ABTS.

The results have been graphically represented in Figure 1. In general, the solvents with
a higher percentage of methanol achieved a most efficient extraction than those with lower
concentrations. It can be observed in Figure 1A that the 100% MeOH extraction solvent
achieved the greatest total phenolic compounds extraction with a significant difference
with respect to the other solvents. On the other hand, the 80% MeOH solvent obtained
the extracts with the maximum antioxidant activity according to both DPPH and ABTS
measurements (Figure 1B,C), although the differences were not so significant according
to the DPPH method. Based on these results, the percentage of methanol in water to be
considered for this study would range from 50% to 100%.

(A) FOLIN-CIOCALTEAU (B) DPPH
L3
2 1250 & 1400
g g
& 1200
20 12,00 &
= 2 1000
2 =
g 1150 § 800
B E
g 11.00 3 600
5 g
g o a0
S 1050 E
= g 200
?n =]
o 10.00 E" 0.00
E 20 0 60 80 100
% MeOH % MeOH
ABTS

50.00

40.00

30.00

20.00

0.00
20 40 80 100

% MeOH

mg Trolox equivalent / g sample

Figure 1. Results from the analysis of mushroom extracted by UAE using different % MeOH:H,O
by (A) Folin—Ciocalteu method (milligrams of gallic acid equivalent/gram of sample), (B) DPPH
method (milligrams of Trolox equivalent/gram of sample), and (C) ABTS method (milligrams of
Trolox equivalent/gram of sample).

Then, the extraction temperature range for this study was also determined. For that
purpose, a series of extractions were carried out at different temperatures (10, 20, 30, 40, 50,
60, and 70 °C). In this case, 0.25 g of Suillus bovinus mushroom were extracted using 15 mL
of solvent (80% MeOH:H,0) for 10 min and using 40% amplitude and 0.5 s ultrasound
cycles. Each extraction was performed in duplicate. Then, each extract was centrifuged for
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5 min at 1702 x g and the supernatant was transferred into a 25 mL volumetric flask and
made up to the mark with 80% MeOH: H,O solvent. The extracts were stored at —20 °C
until their analysis by Folin—Ciocalteu, DPPH, and ABTS.

As in the previous case, the results from each analysis are illustrated in Figure 2. In
the case of the total phenolic compounds, a growing concentration trend with the increase
of temperature was observed, reaching its maximum level at 60-70 °C (Figure 2A). With
regard to antioxidant activity, the highest levels were registered by the DPPH method
between 30 and 70 °C, although no significant variations could be noted within this range
(Figure 2B). On the other hand, according to the ABTS analysis, the temperature interval
with a higher antioxidant activity was found between 10 and 40 °C (Figure 2C). Based
on these results, and given that methanol boils at 64.7 °C and, therefore, a considerable
evaporation of the same takes place above that level, the range 10 to 60 °C was selected.

(A) FOLIN-CIOCALTEAU (B) DPPH
R @
Ez. 14.00 5, 1400
£
g 1200 5 1200
= . & i - g 1
= 1000 _ I 2 1000
H - F]
5 B0 | | 2 500
2 | >
2 600 5 60
= 400 w400
o =]
43 2.00 T 200
= £
3 oo » 000
¥ 10 20 30 40 30 60 70 10 20 30 40 50 60 70
Temperature (°C) Temperature (°C)
ABTS
50.00
40,00
5 l 5 r
s
30,00 & i

2000

10.000

0.00

mg Trolox equivalent/ g sample

10 20 30 40 50 60 70

Temperature (°C)

Figure 2. Results from the analysis of mushroom extracted by UAE using different extraction tem-
peratures by (A) Folin-Ciocalteu method (milligrams of gallic acid equivalent/gram of sample), (B)
DPPH method (milligrams of Trolox equivalent/gram of sample), and (C) ABTS method (milligrams
of Trolox equivalent/gram of sample).

3.2. Box—Behnken Design

Once the range of values of the five variables had been established, the BBD-RSM de-
sign was applied according to six central points. A total of 46 experiments were conducted
using 0.25 g samples of Suillus bovinus for each extraction and 10 min as the total extraction
time. The 46 extracts were analyzed by Folin-Ciocalteu, DPPH, and ABTS, so that the three
response variables were determined, i.e., total phenolic compounds extraction and the
two antioxidant activity measurements obtained through DPPH and ABTS, respectively.

3.2.1. Total Phenolic Compounds Extraction

We analyzed a total of 46 extractions by using the Folin—Ciocalteu method, and we
employed the total phenolic compounds data as the response variable for the BBD-RSM
design. The measured and the predicted values have been correlated in Table S2. An
average difference of 1.89% was obtained ranging from 0.03% up to 6.08%. In addition,
the model obtained presented an R-Squared statistic of 0.70. A Durbin—Watson test was
applied, which evaluates the possible correlation between the conditions and the prediction
errors obtained. This model supposes a null hypothesis where the errors are not correlated
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whereas the alternative hypothesis indicate a first-order autoregressive relation. The value
obtained was 1.73, very close to 2 (the value that accepts the null hypothesis). This, together
with the low error percentages obtained, indicates the suitability of the developed model to
predict the values of phenolic compounds extracted at all the points of the response surface
model. Therefore, the accuracy of the influence of the variables as well as their optimal
values to reach the maximum extraction of phenolic compounds is obtained. The t-test
at 95% confidence was applied and the p-values for each of the optimized variables were
obtained. Consequently, the variables with p-values below 0.05 were considered influential.
This information can be found in Table 1.

Table 1. Results from the BBD-RSM for Total Phenolic Compounds.

Variable Sum of Squares F-Value p-Value
MeOH percentage 1.82 13.13 0.00
Temperature 0.01 0.04 0.84
Amplitude 0.00 0.00 0.95
Cycle 0.01 0.11 0.75
Ratio 0.60 4.35 0.05
MeOH percentage? 1.23 8.84 0.01
MeOH percentage:Temperature 0.26 1.91 0.18
MeOH percentage:Amplitude 0.34 2.44 0.13
MeOH percentage:Cycle 0.16 1.12 0.30
MeOH percentage:Ratio 0.00 0.00 0.99
Temperature? 1.27 9.17 0.01
Temperature:Amplitude 0.15 1.06 0.31
Temperature:Cycle 0.05 0.37 0.55
Temperature:Ratio 0.10 0.73 0.40
Amplitude? 0.01 0.04 0.84
Amplitude:Cycle 0.09 0.66 0.42
Amplitude:Ratio 0.04 0.27 0.61
Cycle? 0.04 0.29 0.60
Cycle:Ratio 1.73 12.48 0.00
Ratio? 0.01 0.04 0.84

Error total 3.47

The most influential variables on the total phenolic compounds extraction were the
percentage of methanol (p-value 0.00), and the interaction cycle-ratio (p-value 0.00), fol-
lowed by the quadratic interaction of temperature (p-value 0.01), the quadratic interaction
of methanol (p-value 0.01), and the ratio (p-value 0.05). These results have been graphically
represented on the Pareto Chart (Figure 3), where the positive influence of the percentage
of methanol, the interaction cycle-ratio, and the quadratic interaction of temperature and
% MeOH can be observed, as well as the negative influence from the sample:solvent ratio.

It was expected that methanol was an influential variable with a positive effect on the
phenolic compounds extraction due to these compounds exhibit an intermediate polarity,
and consequently a high affinity for solvents with a similar polarity (as mixtures of methanol
and water), and low affinity for solvents with higher polarity (as only water) [29]. In
addition, the effect of temperature enhances the solubility of the phenolic compounds
and their extraction from the mushroom cells and consequently enriched extracts are
obtained [30]. For last, the cycle was also expected as an influential variable due to the
ultrasound power for the extraction [32].

The second-order polynomial equation to calculate the optimized extraction of total
phenolic compounds was built on the coefficients from the BBD-RSM design:

Y = 11.38 + 0.34X; + 0.02Xy — 0.01X3 + 0.03Xy — 0.19X5 + 0.26X1 X5 — 0.29X1 X3 —

0.20X; Xy + 0.002X; X5 — 0.19X5X3 + 0.11X, Xy — 0.16XoX5 + 0.15 X3X4 — 0.10X3Xs5 + 1)

0.66X4 X5 + 0.38X12 + 0.39X52 + 0.03X32 + 0.07X42 + 0.04X52
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Figure 3. Pareto chart based on the BBD-RSM design representing the extraction of total phenolic
compounds from mushroom samples.

The optimal conditions to obtain the maximum total phenolic compounds from the
mushroom samples were 0.25 g of sample extracted using 10 mL of solvent (100% MeOH) at
56.65 °C and 10.4% and 0.2 s~ ! amplitude and cycle, respectively. The optimum percentage
of MeOH in the solvent was the highest value within the range used in the study. Previous
researches have confirmed that solvents with MeOH percentages over 98% or simply pure
methanol achieve better yields of phenolic compounds and flavonoids from mushroom
samples [50,51]. This is explained by the lower polarity of MeOH compared to that of
water, which results in a higher affinity with the phenolic compounds. The rest of the
conditions were in consonance with the optimum values reported by the bibliography on
phenolic compounds extraction by UAE from similar matrices [30,33,52]. In addition, some
similarities were detected with the UAE methods usually employed for the extraction of
polysaccharides, flavonoids or ergosterol from mushroom samples [53-56]. However, with
respect to some of those cases, the amount of solvent and the temperature required for
similar efficiency levels were significantly lower in the present method. This represents an
important improvement with regard to energy and solvent saving, with the subsequent
lower environmental impact.

3.2.2. Measuring the Antioxidant Capacity by DPPH

The antioxidant capacity of the 46 extracts was determined by means of the DPPH
method and the results were incorporated to the BBD-RSM design. The measured and the
predicted values have been correlated in Table S3 with an average difference of 1.03% that
ranged from 0.00% up to 3.99%. The regression model exhibited an R-Squared statistic
of 0.60, and a Durbin-Watson value close to 2 (1.68). These results confirm the suitability
of the method to extract the compounds of interest from the mushroom samples without
affecting their antioxidant capacity. The influence from each one of the variables on this
property was evaluated by means of a t-test at 95% confidence. The variables in Table 2
with p-values lower than 0.05 were considered as influential.

The influential variables according to the DPPH results were the percentage of MeOH
in the solvent (p-value 0.01) and the quadratic interaction of the sample-to-solvent ratio
(p-value 0.02). These results were graphically represented on the Pareto Chart (Figure 4),
where the positive influence of the percentage of MeOH can be easily observed. This
means that higher percentages of MeOH in the extraction solvents would result in a higher
antioxidant activity by the extracts. On the other hand, the quadratic interaction of the
ratio exhibited a negative influence. This means that higher percentages of MeOH in the
extraction solvents would result in a higher antioxidant activity by the extracts, which
has sense due to as it was previously explained, an intermediate polarity enhances the
phenolic compounds extraction. A higher phenolic compound extraction supposes a higher
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antioxidant activity. The previous experience of the group showed that a high amount
of sample could produce saturation of the solvent by the extracted phenolic compounds,
reducing its solubility capacity and consequently reducing the yield of the procedure, so
that in some cases a lower ratio is more optimal [32].

Table 2. Results from the BBD-RSM for Antioxidant Activity (DPPH).

Variable Sum of Squares F-Value p-Value
% MeOH 0.34 9.30 0.01
Temperature 0.00 0.05 0.83
Amplitude 0.08 211 0.16
Cycle 0.00 0.01 0.92
Ratio 0.01 0.38 0.54
% MeOH:% MeOH 0.00 0.00 1.00
%
MeOH:Temperature 0.04 118 0-29
% MeOH:Amplitude 0.00 0.01 0.92
% MeOH:Cycle 0.07 1.92 0.18
% MeOH:Ratio 0.01 0.19 0.66
Temperature:Temperature 0.04 0.99 0.33
Temperature:Amplitude 0.04 0.98 0.33
Temperature:Cycle 0.05 1.43 0.24
Temperature:Ratio 0.01 0.17 0.68
Amplitude:Amplitude 0.04 1.00 0.33
Amplitude:Cycle 0.00 0.09 0.76
Amplitude:Ratio 0.00 0.12 0.73
Cycle:Cycle 0.02 0.59 0.45
Cycle:Ratio 0.04 1.01 0.32
Ratio:Ratio 0.24 6.55 0.02
Error total 0.92
Pareto Chart
%MeOH [ : : ] !
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Temp ure:Cycle |
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Figure 4. Pareto chart obtained from the BBD-RSM design of the antioxidant capacity of the mush-

room sample extracts according to the DPPH method.

The coefficients obtained from the BBD-RSM design were replaced in the second—
order polynomial equation (Equation (2)) to obtain the following equation to calculate the
antioxidant capacity according to the DPPH method:

Y = 10.69 + 0.15X; + 0.01X; — 0.07X3 + 0.01Xy — 0.03X5 — 0.10X; X5 + 0.01X; X3 —

0.13X1 Xy + 0.04X1X5 — 0.1OX2X3 +0.11X,Xy — 0.04X2X5 +0.03 X3X4 — 0.03X3X5 +

@

0.10X4Xs5 + 0.0003X12 + 0.07X52 — 0.07X32 — 0.05X4% — 0.17X52
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The optimal UAE conditions that ensured the maximum antioxidant activity according
to the DPPH method were 0.2 g of mushroom sample extracted using 14.6 mL of solvent
(100% MeOH) at 10 °C and 22.3% and 0.2 s™' amplitude and cycle, respectively. As
in the previous case, the optimum percentage of MeOH was the highest value within
the range used in this study, since, as expected, a greater yield of phenolic compounds
implies a greater antioxidant activity. The optimum cycle was the lowest value of the
range. Lower cycle values could not be tested due our laboratory equipment limited
features. Finally, the optimal temperature was also established at the lowest value within
the range (10 °C), probably due to higher temperatures may cause the degradation of
the antioxidant compounds [57]. Nevertheless, since temperature was not considered as
a relevant influential factor, no extractions were run below 10 °C. Other authors have
already employed the DPPH method to evaluate the antioxidant capacity of the phenolic
compounds extracted using UAE from mushroom samples. It was then observed that the
antioxidant activity determined by this measuring method was similar to the one registered
in the present research; but again, it should be noted that the amount of sample, the power
consumption and the time required were significantly greater in those cases [58—60].

3.2.3. Measuring the Antioxidant Capacity by ABTS

Finally, as above stated, the antioxidant capacity of the 46 extracts was also determined
by ABTS. The antioxidant activity values obtained were analyzed using the BBD-RSM
design and the actual and predicted values have been correlated in Table S4. The average
difference between these sets of values was 4.83% ranging from 0.06% to 13.92%. The
R-Squared statistic of the regression model was 0.60, and the Durbin—Watson value close
to 2 (1.91). As in the previous case, these results confirm the suitability of the method
to extract the phenolic compounds from the mushroom samples without affecting their
antioxidant capacity. The influence from each one of the variables on this property was
evaluated by means of a t-test at 95% confidence. The variables in Table 2 with p-values
lower than 0.05 were considered as influential. A t-test was employed to determine the
influence from each one of the variables on the antioxidant capacity of the mushroom
extracts. The results have been included in Table 3. The confidence level was 95%, i.e., the
variables with p-values lower than 0.05 were considered influential.

Table 3. Results from the BBD-RSM for Antioxidant Activity (ABTS).

Variable Sum of Squares F-Value p-Value
% MeOH 19.77 0.22 0.64
Temperature 678.47 7.70 0.01
Amplitude 14.56 0.17 0.69
Cycle 46.73 0.53 0.47
Ratio 38.29 0.43 0.52
% MeOH:% MeOH 1019.87 11.58 0.00
% MeOH:Temperature 0.08 0.00 0.98
% MeOH:Amplitude 0.40 0.00 0.95
% MeOH:Cycle 189.51 2.15 0.15
% MeOH:Ratio 62.90 0.71 0.41
Temperature:Temperature 157.06 1.78 0.19
Temperature:Amplitude 90.86 1.03 0.32
Temperature:Cycle 478.41 5.43 0.03
Temperature:Ratio 2.78 0.03 0.86
Amplitude:Amplitude 85.15 0.97 0.33
Amplitude:Cycle 88.80 1.01 0.32
Amplitude:Ratio 3.71 0.04 0.84
Cycle:Cycle 443.50 5.04 0.03
Cycle:Ratio 125.70 1.43 0.24
Ratio:Ratio 252.11 2.86 0.10

Error total 2201.73
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The influential variables according to the ABTS method were the quadratic interac-
tion of the percentage of MeOH in the solvent (p-value 0.00), the extraction temperature
(p-value 0.01), the interaction of temperature:cycle and the quadratic interaction of cycle,
both with 0.03 p-values. To determine the influence from each of these variables on the
response variable, the Pareto Chart was generated (Figure 5). The negative effect of the
quadratic interaction of MeOH percentage, the temperature:cycle interaction, and the
quadratic interaction of the cycle can be observed. It can also be noted that, according to the
ABTS method, temperature had a positive effect on the antioxidant capacity of the extracts.

Pareto Chart
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Figure 5. Pareto chart generated based on the BBD-RSM design of the antioxidant capacity of the
mushroom samples according to the ABTS method.

The results were similar to the previously obtained for total phenolic compounds and
antioxidant activity by DPPH, considering the polarity of the solvent and the temperature as
factors that enhance the phenolic compounds extraction and consequently, the antioxidant
power of the enriched extracts.

The coefficients obtained from the BBD-RSM design were replaced in the second—
order polynomial equation to obtain Equation (3) for the antioxidant capacity according to
the ABTS method:

Y =70.23 — 1.11X; + 6.51Xp + 0.95X3 + 1.71Xy + 1.55X5 — 0.14X; X — 0.32X4 X3 + 6.88X1 X4 +
3.97X1 X5 + 4.77X5 X3 — 10.94X,Xy — 0.83X5X5 — 4.71 X5X4 — 0.96X5X5 — 5.61XsX5 — 10.81X;2 — 6)

4.24X,% — 3.12X3% — 7.12X42 — 5.37X52

The optimal UAE conditions that ensured the maximum antioxidant activity according
to the ABTS method were 0.2 g of sample extracted with 16.72 mL of solvent (66% of MeOH)
at59.31 °C, 40% amplitude and 0.2 s! cycles. According to the ABTS method, the maximum
antioxidant capacity was achieved when the amplitude was at its highest value within
the range and the cycle at its lowest. No greater amplitudes were tested, since amplitude
was not considered as a relevant factor. The ABTS method has been previously employed
in other research studies to determine the antioxidant capacity of the extracts obtained
by UAE from mushrooms. It has been confirmed that in those cases where antioxidant
activity levels were similar to those registered in our study, the percentages of MeOH (or
EtOH in some cases) in the solvent were similar to the percentages used in our research.
However, larger samples, greater amounts of solvent and ultrasound power as well as
higher extraction temperatures were required [54,61,62].
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3.2.4. Multi-Response Optimization

Once the extraction studies had been carried out individually for the total phenolic
compounds, as well as for the antioxidant activity (DPPH and ABTS), a multi-response
study was performed with the previously obtained data. With this design, a compromise
situation can be obtained for the simultaneous extraction of total phenolic compounds and
antioxidant activity. Since much of the antioxidant activity is due to phenolic compounds,
it can be observed that the optimal extraction conditions previously obtained are not very
different. In any case, with this multi-response study, compromise conditions will be
obtained. These conditions will serve for the extraction of the three parameters studied in
this work.

Two of the most influential factors are percentage of MeOH in the solvent and extrac-
tion temperature. A 3D-response graphic was generated for this optimization (Figure 6).
It can be observed that the higher the % MeOH values the higher the global response,
although no significant differences could be noted from 0.7 to 1 within the range. On the
other hand, the greatest response variable changes were registered when the maximum
temperature in the range considered for this study was applied.

3D-Response Surface
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Figure 6. 3D-Response Surface graphic of the global response according to varying MeOH percent-
ages in the extraction solvent and extraction temperature levels.

According to this analysis, the optimal conditions to obtain the maximum phenolic
compounds content and the maximum antioxidant capacity were 0.2 g of sample extracted
using 15.3 mL of solvent at 93.6% MeOH:H;O, at 60 °C and using 17% amplitude and
0.71 57! cycles. The optimum temperature was the highest value within the evaluated range.
No temperatures above the established range were tested since methanol boils at 64.7 °C.

Once the optimal conditions for the three dependent variables studied had been
determined by multi-response, triplicate extractions were carried out under such optimal
conditions. The results obtained from each one of the response variables were compared
against those results obtained from each of the individual methods that had been previously
developed (for total phenolic compounds and antioxidant activities individually).

It could be observed that the total phenolic compounds content and the antioxidant
capacity according to both measuring methods produced slightly lower values than those
obtained from each individually optimized extraction method. However, since these
differences were below 5% it was concluded that the global conditions were suitable for the
extraction of the phenolic compounds from the mushroom samples while keeping their
maximum antioxidant capacity.
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3.3. Extraction Time

Once the conditions for the extractions had been established, the following step was
the determination of the optimum extraction time.

For that purpose, a number of extractions at global optimum conditions were per-
formed while using seven different extraction times as follows: 2, 5, 10, 15, 20, 25, and
30 min. Each extraction was carried out in triplicate. All of the extracts were analyzed
using the Folin—Ciocalteu, DPPH, and ABTS methods. The results have been graphically
presented in Figure 7.
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Figure 7. Mushroom samples extracted (1 = 3) under global optimum conditions using different
extraction times and analyzed by (A) Folin—Ciocalteu (milligrams of gallic acid equivalent/gram of
sample), (B) DPPH method (milligrams of Trolox equivalent/gram of sample), and (C) ABTS method
(milligrams of Trolox equivalent/gram of sample).

The maximum phenolic compound recoveries were achieved when the extraction
time was between 5 and 15 min, while lesser amounts were obtained when longer times
were used (Figure 7A). Therefore, 5 min (minimum time in this range) was selected as the
extraction time to be used for the extraction of the total phenolic compounds. With regard
to antioxidant activity, no significant differences were detected between 5 and 25 min’
extraction times by either of the measuring methods (Figure 7B,C), even if an obvious
decrease in antioxidant activity was observed when 30 min were used. This fall in the
antioxidant activity is closely associated to the degradation of the compounds that takes
place under high temperatures or when longer extraction times are used. It was, therefore,
concluded that 5 min was the optimal UAE time to ensure the maximum total phenolic
compounds extraction as well as the maximum antioxidant activity of the extracts. This
time was significantly shorter than those reported in the bibliography, as some authors
required up to 30 min to achieve similar results [53,56].

3.4. Repeatability and Intermediate Precision

The precision of the developed method had to be evaluated. For this purpose, repeata-
bility and intermediate precision analysis were carried out. In the case of repeatability,
10 extractions were performed under optimal conditions on the same day. For the inter-
mediate precision evaluation, 10 extractions were completed under the same conditions
on three consecutive days (a total of 30 extractions). All the extracts were analyzed using
the Folin—Ciocalteu, DPPH and ABTS methods. The mean and residual Relative Standard
Deviation (RSD) have been summarized in Table 4.
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Table 4. Repeatability and intermediate precision of the global optimal conditions established in
the study with regard to total phenolic compounds content and antioxidant capacity of the extracts
obtained by UAE from mushroom samples.

Repeatability ! Intermediate Precision 2
Folin—Ciocalteu DPPH  ABTS Folin—Ciocalteu DPPH  ABTS
Average 11.37 10.12 52.75 11.61 10.77 50.93
SD * 0.33 0.39 1.73 0.54 0.49 2.48
RSD ** 292 3.85 3.28 4.65 455 4.88

1 Repeatability (n = 10); 2 Intermediate precision (1 = 30); * Standard deviation; ** Relative standard deviation.

In all the cases, the RSD was below 5% according to both measuring methods, with
average RSD values of 3.35% and 4.70% for repeatability and intermediate precision,
respectively. These results allowed to confirm a high level of precision of the optimized
UAE method.

3.5. Applicability of the Developed Method

Since the method optimization process had been conducted by extracts of just Suillus
bovinus samples, it was essential to determine its suitability for the production of adequate
extracts from other mushroom species or varieties. Therefore, a total of 51 wild and
commercially available mushrooms from Andalusia and northern Morocco (Table S1)
were evaluated with the UAE method under the optimal conditions. The extracts where
subsequently analyzed by Folin—Ciocalteu, DPPH and ABTS methods. The results have
been presented in Table 5.

With regard to the total phenolic compounds concentration as measured by the Folin—
Ciocalteu method, it can be observed that, in general, all the mushrooms, without any
disparities between wild and commercially available, exhibited a concentration of total
phenolic compounds between 11 and 14 mg of gallic acid equivalent per gram of lyophilized
sample. Nevertheless, the wild species Cantharellus lutescens, with a concentration as high
as 20.23 £ 0.94 mg/g, represented a clear exception to this fact. In any case, and except
for this particular species, no significant differences were observed between the values
registered for the wild species with respect to those corresponding to the mushrooms
species that had been cultivated for commercial purposes.

The DPPH results related to the mushroom extracts’ antioxidant activity were all
between 10 and 11 mg of Trolox equivalent per gram of lyophilized mushroom. No
significant differences were noted between wild and cultivated-mushroom extracts with
respect to their antioxidant activity according to the DPPH method. However, once again,
the wild species Cantharellus lutescens, whose specimens had been collected from Cortes
de la Frontera (Malaga), represented an obvious exception, with an antioxidant activity
measured at 18.28 & 0.83 mg/g, which is clearly superior to those corresponding to the rest
of the mushroom species.

Finally, with respect to the data corresponding to the antioxidant capacity of the
extracts according to the ABTS measurement, greater variability could be observed between
the different species analyzed, both wild and commercially cultivated. In this case, as a
general rule, higher values of the antioxidant activity were obtained than those retrieved
from the DPPH measurements. This is explained by the fact that each method is based on
different antioxidant capacity properties. Thus, the results from the ABTS method ranged
from 10 to near 50 mg of Trolox equivalent per gram of lyophilized sample depending on
the mushroom species or variety, again without any significant differences in antioxidant
capacity between commercially cultivated and wild mushrooms.
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Table 5. Results from applying the developed method to wild and commercial mushroom samples.

Wild Species

Scientific Name Location Folin—-Ciocalteu * DPPH **  ABTS **
Lactarius deliciosus “Dehesa de las Yeguas”, Puerto Real, Cadiz (Spain) 11.79 10.76 19.29
Lactarius rugatus “Dehesa de las Yeguas”, Puerto Real, Cadiz (Spain) 11.99 10.75 15.92
Russula cyanoxanta “Palancar,” Los Barrios, Cadiz (Spain) 11.45 10.71 30.93
Amanita caesarea “Palancar”, Los Barrios, Cadiz (Spain) 10.86 10.47 13.71
Lactarius deliciosus “Paterna road”, Puerto Real, Cadiz (Spain) 11.81 10.48 17.17
Lactarius vinosus “Paterna road”, Puerto Real, Cadiz (Spain) 12.54 10.77 25.81
Hydnum rufescens “Valdeinfierno”, Los Barrios, Cadiz (Spain) 11.47 10.56 14.74
Cantharellus lutescens Cortes de la Frontera, Malaga (Spain) 20.23 18.28 20.50
Amanita caesarea “Chapatal”, San Roque, Cadiz (Spain) 10.86 10.47 13.71
Russula cianoxanta (young) “Dehesa de las Yeguas”, Puerto Real, Cadiz (Spain) 11.41 10.68 22.85
Russula cianoxanta (adult) “Dehesa de las Yeguas”, Puerto Real, Cadiz (Spain) 11.85 10.51 15.84
Suillus bovinus “Dehesa de las Yeguas”, Puerto Real, Cadiz (Spain) 11.33 11.20 37.45
Lactarius vinosus “Dehesa de las Yeguas”, Puerto Real, Cadiz (Spain) 11.73 10.82 20.76
Cantharellus cibarius Santa Marina, Asturias (Spain) 11.70 10.68 22.38
Lepista nuda Bouachem (Morocco) 11.83 10.60 26.07
Ramaria flava Bouachem (Morocco) 11.76 10.52 13.29
Hydnum repandum Bouachem (Morocco) 11.84 10.70 9.58
Infundibulicybe geotropa “Sierra de Huetor”, Granada (Spain) 11.80 10.47 25.28
Lepista nuda “Puerto de la Mora”, Granada (Spain) 12.25 10.90 34.86
Hygrophorus gliocyclus “Puerto de la Mora”, Granada (Spain) 12.15 10.32 14.72
Agaricus silvicola “Sierra Carbonales”, Granada (Spain) 11.39 10.68 47.00
Agaricus impudicus 1 “Puerto de la Mora”, Granada (Spain) 11.54 11.06 34.64
Agaricus impudicus 2 “Sierra Alfaguara”, Granada (Spain) 11.62 11.11 35.43
Tricholoma equestre 1 “Sierra carbonales”, Granada (Spain) 11.91 10.72 25.02
Tricholoma equestre 2 “Paraje 7 Estrellas”, Granada (Spain) 13.51 10.87 17.78
Lactarius deliciosus “Sierra Carbonales”, Granada (Spain) 12.01 10.82 19.66
Lactarius deliciosus “Sierra Alfaguara”, Granada (Spain) 12.38 10.77 22.86
Lactarius semisanguifluus “Sierra Alfaguara”, Granada (Spain) 11.83 10.87 25.52
Lactarius sanguifluus “Sierra Alfaguara”, Granada (Spain) 12.12 10.76 16.36
Lactarius semisanguifluus “Puerto de la Mora”, Granada (Spain) 11.82 10.63 20.46
Lactarius deliciosus “Pinar Santillo”, Valverde del Camino, Huelva (Spain) 11.63 10.59 26.39
Lactarius deliciosus “Finca Juan Ferrer, Finca el Tunel”, Huelva (Spain) 12.39 10.76 20.91
Lactarius deliciosus “Pinar San Walabonso”, Huelva (Spain) 12.14 10.63 22.70
Lactarius deliciosus “Pinar Raboconejo”, Huelva (Spain) 11.62 10.69 23.65
Macrolepiota procera “Sierra Guillimona”, Almeria (Spain) 11.53 10.82 31.17

Commercial Species

Scientific Name Supermarket Folin-Ciocalteu * DPPH**  ABTS **
Agaricus brunnescens LIDL 12.04 11.04 42.07
Hypsizygus tessulatus LIDL 11.56 10.67 29.59
Hypsizygus marmoreus LIDL 13.47 10.89 28.27
Pleurotus eryngii LIDL 12.02 10.63 43.14
Pleurotus ostreatus LIDL 11.28 10.50 36.72
Agaricus bisporus LIDL 12.24 10.94 41.59
Agaricus bisporus Mercadona 11.93 10.88 4413
Agaricus brunnescens Mercadona 12.36 11.04 44.58
Pleurotus ostreatus Mercadona 12.39 10.89 37.48
Agaricus brunnescens Carrefour 12.62 10.94 39.54
Hypsizygus marmoreus Carrefour 12.11 10.89 30.81
Lentinula edodes Carrefour 11.68 10.92 25.02
Agaricus bisporus Carrefour 13.12 10.64 33.95
Pleurotus ostreatus Carrefour 12.36 10.70 29.67
Agaricus bisporus Dia 12,51 11.08 41.56
Pleurotus ostreatus Dia 12.18 10.75 38.69

* Folin-Ciocalteu results expressed as mg gallic acid equivalent/g sample and ** DPPH and ABTS results expressed

as mg Trolox equivalent/g sample.
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4. Conclusions

The suitability of the developed UAE method for the extraction of total phenolic
compounds from both wild or cultivated mushrooms, without relevantly affecting their
antioxidant capacity has been proven. The global extraction method that has been de-
veloped in this study has been confirmed to produce similar results to those obtained
by the individually optimized methods (for maximum total phenolic compounds yields,
as well as for maximum antioxidant activity), with differences below 5% in every case.
This represents a great advantage for its potential application at industrial level, since it
would represent significant savings in extraction time and costs. In addition, the optimized
method has exhibited high repeatability and intermediate precision according to the three
spectroscopic analyses that have been conducted (Folin-Ciocalteu, DPPH, and ABTS) with
a coefficient of variation below 5%.

Finally, no significant differences in total phenolic compounds concentrations as well as
in antioxidant capacity between wild mushrooms and commercially cultivated mushroom
extracts have been detected. Thus, all the species that have been included in this study,
either wild or cultivated, presented a significant concentration of total phenolic compounds
and antioxidant capacity compared to other foods that are regularly found in our diets.
This makes mushrooms an easily available vegan source of antioxidant compounds to
incorporate into our diets.
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