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Abstract: The characterization of natural waste sources is the first step on the reutilization process,
circular economy, and global sustainability. In this work, the aromatic composition and bioactive
compounds related to beneficial health effects from cork stoppers and cork by-products were assessed
in order to add value to these wastes. Twenty-three aromatic compounds with industrial interest were
quantified by gas chromatography coupled mass spectrometry GC-MS in both samples. Vanillins
and volatile phenols were the most abundant aromatic families. Other aromatic compounds, such as
aldehydes, lactones, terpenols, and alcohols, were also determined. Furthermore, the phenolic
composition and the antioxidant activity were also evaluated. Overall, extracts showed high aromatic
and antioxidant potential to be further used in different industrial fields. The recovery of these
valuable compounds from cork stoppers and cork by-products helps to reuse them in agricultural,
cosmetic, pharmaceutical, or food industries.
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1. Introduction

Nowadays, a key issue in any field of research is the fight to curb climate change.
This environmental awareness is of great importance in every society in order to achieve a sustainable
environment considering the current human actions. The re-use and material recycling is a priority for
waste management in the European Union (Directive 2008/98/EC on Waste). The characterization of
natural waste sources is the first step on the reutilization process and the global sustainability. Bioactive
compounds related to beneficial health effects and aromatics from by-products can be explored by
food, agricultural, cosmetic, or pharmaceutical industries. Fragments, granulates, and powder from
cork represent a large waste stream from cork processing [1,2]. They have been commonly used as
combustion fuel, although they have also been employed in agriculture. Composted residues from
cork were used as plant growth media to suppress plant diseases [3], and hydrological properties of
substrates based on industrial cork residue have also been reported [4]. Recently, their adsorption
properties, such as fining agent in wines, were stated [5], and some works showed that cork wastes
are cost-effective and green alternatives to the retention of contaminants from water [6-9]. However,
to the best of our knowledge, few works were reported regarding their revalorization for the food
industry. According to statistical reports of the International Organization of Vine and Wine (OIV),
the annual world wine production is around 275 million hectoliters (292 MhL in 2018) [10], and 90% of
bottle wines are stopped by corks. In cork stoppers production (about 300 thousand tons of cork are
produced annually), the cork waste represents around 25% of the raw material. Different cork wastes
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can be found depending on their characteristics, density, moisture, granulometry, size, ash content,
and tannin concentration [1,11,12].

It is well known that the phenolic composition of plants is related to antioxidative, anticarcinogenic,
and antitumor biological activities [13,14]. Specially, polyphenols from Quercus suber L. have been
associated with beneficial health effects linked to hydrolysable tannins and phenolic compounds
with low molecular weight [15]. Recent research valorized cork powder and granulates from a
phenolic point of view [12], however, little research focused on the recovery of valuable aromatic
compounds. On the other hand, a great number of works are related to the off-flavors or cork-taint
compounds in wine [16-19]. However, the characterization of the positive aromas of cork stoppers
and cork by-products is scarce. In this work, the aromatic composition of different wine cork
stoppers and granulates was determined, enhancing the added value of their re-use in other industrial
fields. The tannin concentration and the antioxidant activity of the cork extracts were also compared
and discussed.

2. Materials and Methods

2.1. Samples and Extraction

Different cork stoppers and their respective cork granulate (A, B, and C), from which the corks
were made, were evaluated in this study. The granulate cork size ranged from 6.1 to 14.3 mm for
A samples (high size), from 1.6 to 4.4 mm (medium size) for B samples, and from 0.85 to 1.9 mm
(low size) for C samples (Figure 1 and Table S1). The cork stoppers dimensions were 30 X 50 mm
for all samples. To determine the migration of the phenolic compounds from granulates and cork
samples to model solution, a liquid-liquid extraction with ethyl acetate was made according to
Azevedo et al. [20]. Briefly, 30 g of each sample (cork stoppers and granulates) was weighted in glass
jars and macerated in 1 L of hydro alcoholic solution. The model solution contained 13% of ethanol,
5 g/L of tartaric acid, and the pH was adjusted to 3.7 with sodium hydroxide (1 N). Solutions were
stored at controlled temperature (20-22 °C) until the analyses were performed. Different times of
maceration were evaluated in this study (3, 5, and 15 days).

A cork C cork

09-19mm

Figure 1. Representative image of the studied granulates and cork stoppers (A, high particle size and C,
low particle size).
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2.2. Reagents

Protocatechuic acid and gallic acid were purchased from Sigma-Aldrich (Steinheim, Germany).
Folin—Ciocalteu reagent, sodium carbonate anhydrous, ethyl alcohol 96%, and acetic acid glacial
were purchased from PanReac AppliChem, Barcelona, Spain. All the aromatic standards were
supplied by Sigma (Sigma Aldrich, Merck Life Science, Barcelona, Spain). Vanillin 99%, guaicol
98%, eugenol 98%, benzaldehyde > 99%, nonenal 97%, phenylacetaldehyde > 90%, phenylethyl
alcohol > 98%, benzyl alcohol > 99%, camphor 96%, borneol 97%, 4-terpineol > 96%, «-terpineol 90%,
y-nonalactone > 98%, nonanoic acid > 97%, vanillic acid > 97%, octanoic acid > 99%, dodecanoic
acid 98%, benceneacetic acid > 99%, furfural 99%. Dichlorometane anhydrous 99.8%, pentane
anhydrous > 99%, acetonitrile anhydrous > 99.8%, phosphate buffered saline (PBS), potassium
peroxodisulfate > 99%, 6-hidroxy-2,5,7,8-tetramethyl-chromane-2-carboxylic acid 97% (Trolox), and
2,2’-Azino-bis(3-ethylbenzothiazoline-6-sulfonic acid) diammonium salt (ABTS) were also purchased
from Sigma Aldrich, Merck Life Science, Barcelona, Spain.

2.3. GC-MS Analysis

A volume of 100 pL of 2-octanol, as internal standard, was added to 100 mL of extract. Afterward,
samples were separated by a SPE (solid phase extraction) cartridge (Bond Elut ENV, 500 mg and 6 mL,
Agilent Tech., Santa Clara, California, USA). The cartridges were previously conditioned with 5 mL
of dichloromethane, 5 mL of ethanol, and 5 mL of hydroalcoholic solution (12%). Analytes were
eluted with pentane-dichloromethane (50:50, v/v), then dried using a concentrator vacuum (Savant™
SPD131DDA, Thermo Fisher Scientific, Barcelona, Spain). Finally, samples were redissolved in 200 nL
of dichloromethane.

GC analysis was performed on a GC 7890A (Agilent Tech., Santa Clara, California) system
equipped with a mass spectrometer 5975C inert MSD (with Triple-Axis Detector). The column was a
DB-5 (30 m x 0.25 mm X 0.25 um, Agilent Tech.). A constant flow of 2.1 mL/min of He was used as
carrier gas. Five microliters of sample was injected in splitless mode with 17.33 psi pressure (septum
purge flow 15 mL/min and splitless time 1 min.). The injector temperature was maintained at 225 °C for
1 min and then heated up to 250 °C at 5 °C/min. The temperature of the oven (40 °C) was maintained
for 1 min and then increased up to 260 °C at (20 °C/min.) for 25 min. The mass spectrometer operated
at 70 eV (electron ionization) modes. The analysis was performed in Scan mode (m/z 10-1000).
The compounds were identified by retention times and mass fragments, to compare with those of pure
standard compounds. The quantification was carried out using internal standard patterns.

2.4. Total Phenolic Content

The phenolic composition was determined by the Folin—Ciocalteu assay and HPLC-DAD/MS
analysis. Total phenols (TP) were determined using the Folin—Ciocalteu assay [21] with some
modifications. Briefly, 100 uL of sample, 500 uL of Folin-Ciocalteu reagent, and 2 mL of a solution of
sodium carbonate (20% w/v) were mixed, final volume 10 mL with water. The solution was stocked for
30 min for the reaction to take place and stabilize and finally, the absorbance was measured at 750 nm.

Chromatographic analyses were carried out in an Agilent 1200 series (Agilent Technologies,
Palo Alto, CA, USA) coupled with DAD and MS detectors. A volume of 50 mL of each extract
was washed 3 times with 20 mL of ethyl acetate. The organic phases were pooled and evaporated,
re-dissolved in 1 mL of water/methanol (50:50) and then identified and quantified by HPLC-DAD/MS.
A Zorbax Eclipse Plus C18 column (3.5 pm, 150 X 4.6 mm) was used. The chromatographic conditions
were used according to Azevedo et al. (2014) [20]. Briefly, solvent A was 0.1% of acetic acid in water,
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solvent B was acetic acid, acetonitrile, and water (1:20:79, v/v/v). The gradient was from 80% to 20% of
solvent A over 55 min, from 20% to 10% of A from 55 to 70 min, and from 10% to 0% of A from 70 to
90 min. The flow rate was 0.3 mL/min, and the sample injection 20 pL. Gallic acid and protocatechuic
acid were identified by the retention time and UV-VIS spectra. The compounds were quantified with
phenolic standards using peak area data of resolved peaks at 280 nm. The corresponding calibration
curves were made up for gallic acid (r2 = 0.999) and protocatechuic acid (r? = 0.999). The identity
of the phenolic compounds was confirmed by mass spectrometry. A TSQ Quantum™ Access
MAX (Thermo Fisher Scientific, Waltham, MA USA) equipped with an HESI (Heated Electrospray
Ionization) source which was operated in the negative ionization mode between m/z 80 and 800 was
used. The HESI spray voltage was set at 3.5kV, and the capillary temperature was maintained at
350 °C. Nitrogen was used for nebulization and desolvation (sheath gas 60 arb. and auxiliary gas
20 arb.). The vaporizer temperature was maintained at 350 °C. Argon was used as the collision gas for
collision-induced dissociation.

2.5. Antioxidant Activity Assay

The ABTS method allows determining the antioxidant activity through the discoloration of the
cationic ABTS™ radical produced by the oxidation of ABTS with potassium persulphate. This assay
was performed according to the procedure described by Re. et al. (1999) [22] with slight modifications.
A stock solution of 7 mM ABTS in water was prepared. To form the radical cation, a solution of
potassium persulfate (2.45 mM) was prepared, using the ABTS stock solution as solvent. This solution
was stored at 4 °C in the absence of light to complete the reaction. To prepare the working reagent,
the solution was diluted with phosphate buffered saline (PBS) at pH 7.4, until an absorbance around
0.7 at 734 nm was obtained. Trolox or samples were added, and the decrease on the absorbance at
734 nm was measured, since the coloration disappears when the radical is reduced by antioxidants.
Blank was made by adding 2 mL of reagent in a cuvette, and its absorbance was measured at 734 nm.
Subsequently, 50 pL of diluted sample was added and vortexed for 30 s. After 4 min of incubation at
room temperature, the absorbance was measured again at 734 nm, results were expressed in umol/L of
Trolox reagent. Samples were analyzed in several concentrations, making five dilutions of each sample
by duplicate.

2.6. Statistics

Xlstat 2016.01 statistical software (Microsoft Ibérica, Barcelona, Spain) add-on for Microsoft Excel
package (Microsoft Iberica, Barcelona, Spain) was used for data processing. Significant differences
between granulates and cork samples were determined by one-way ANOVA using the Tukey’s HSD
(honestly significant difference) test, at 95% of confidence level.

3. Results and Discussion

3.1. Aromatic Characterization

A total of 23 aromatic compounds were determined in granulates and cork samples and grouped
according their chemical structures. Vanillins and derivatives, volatile phenols, aldehydes, alcohols,
terpenes, lactones, fatty acids, and furans were found. A lot of these volatiles are closely related to
certain pleasant aromatic descriptors. Table 1 shows the minimum and maximum content of the
individual compounds found. The most important compound in the analyzed samples was vanillin
(up to 170 ug/g), and to a lesser extent 4-vinylguaicol (23 pg/g), acetovanillone (14 pg/g), and dodecanoic
acid (6.3 pg/g). All these volatiles have very pleasant aromas, such as vanilla, coconut, or wood, highly
used in culinary industry and cosmetics.
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Table 1. Aromatic compounds, families, descriptors, and minimum and maximum content found in

the studied granulates and cork macerates.

Aromatic Compound Aromatic Descriptor Content (ug/g)
Vainillins
Vanillin vanilla 9-170
Acetovanillone vanilla 0.6—14
Volatile phenols
Guaicol wood, smoked, sweet, medicine 0.03-5.0
4-vinylguaicol wood, spice cloves, curry 0.5-23
Eugenol spice cloves, honey 0.01-0.3
Isoeugenol carmination 0.06-2.4
Cerulignol spicy 0.04-2.2
Aldehydes
Benzaldehyde almonds, sweet, caramel 0.02-0.21
Nonenal wax, citrus 0.03-0.47
Phenylacetaldehyde green, grass, honey 0.05-4.5
Alcohols
Phenylethyl alcohol flowers, honey, pollen 0.01-2.26
Benzyl alcohol roses, almond 0.05-0.13
Terpenols
Camphor mint 0-0.23
Borneol pine tree 0-0.2
4-terpineol spices, wood, soil 0.02-0.14
a-terpineol flowers, lilac, sweet 0-0.2
Lactones
y-nonalactone coconut, peach 0.03-0.11
Fatty acids
Nonanoic acid wax, dry, fatty 0.12-0.67
Vanillic acid vanilla 0.07-0.86
Octanoic acid coconut, lactic, rancid, cheese, 0.14-3.38
sweat
Dodecanoic acid coconut, fatty, metallic 0-6.3
Benceneacetic acid honey, fruity, sour 0-3.0
Furans
Furfural caramel, candy 0-0.19

Figure 2a shows the sum of the total aromatic content of granulates and corks. In this figure,
we can observe that the granulate samples extracted about 75% more than the cork stopper samples.
Curiously, the highest amount of aromas were extracted in A granulate, corresponding to the largest
particle size, followed by B granulate (medium size), and finally C granulate (smallest size). This could
be due to the differences on the weight-volume relationship of granulates and their porosity, since the
natural cork is a heterogeneous material with structural differences [23]. In this case, the smaller size of
particles did not contribute to an increase of the extraction, likely because of differences in the volume
of lenticels and dense matter [24]. Regarding cork stoppers, significant differences were not observed,
A and B extracted a similar amount of aromas, slightly higher than that of C. Granulate samples
(A and B) obtained the highest concentrations of total aromas after 5 days of maceration (Figure 2b),
while for corks the maximum content was generally obtained at the end of the assay (after 15 days of
extraction). In granulate samples, the highest amount of aromatic compounds may be reached earlier
than in cork samples, likely because the characteristics of the samples and size facilitate the extraction
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of volatiles. In the studied samples, it seems that the bigger the granulates, the faster the extraction
rate of the volatiles. The A granulates that correspond with the highest granulate size, mean value
around 9.2 mm, obtained the highest amount of volatiles reaching levels over 200 pg/g. This increment
in A granulate at 5 days is mainly due to a high extraction of vanillins and volatile phenols, and to a
lesser extent to terpenols and fatty acids (Figure 3).

Considering the time of extraction in cork stoppers, only in the case of A corks was the maximum
value of volatiles reached in 5 days of maceration, since for B and C corks, the maximum values were
reached after 15 days of maceration (Figure 2).
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Figure 2. Total aromatic compounds (mean + SD) of granulates and corks (a) and total aromatic
compounds of granulates and corks at different time of extraction (b). Different particle size from
cork stoppers and their respective granulates (A; high, B; medium, C; small). Different letters indicate
significant differences, p < 0.05.

Figure 3 shows the total aromatic composition of the extracts per studied family. Vanillins are
the most important family. In this study, this compound reached values from 9.3 pg/g (in C corks) to
167.9 ug/g (in A granulates, Table S2). Therefore, vanillin has a great impact on the overall aroma of
cork extracts. This compound is very characteristic for providing a very intense and pleasant aroma
with sweet and floral notes, which is currently used in many different industrial fields, such as in the
production of fragrances, in food use as in baking [25], or in cosmetics [11]. In addition, as was seen
in other studies [26,27], vanillin is a natural bioactive component present in corks, which showed an
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important antioxidant activity. Another important aromatic family of compounds studied in the food
industry were volatile phenols [28,29]. As shown in Figure 3, the maximum content of these aromatic
compounds was extracted after 5 days of maceration in A and B granulates. This pattern seems to be
also reproduced in A and B cork samples. It may be due to the high concentration of vinylguaiacol
(values up to 23 ug/g) and, to a lesser extent, to guaiacol content (5 ug/g). Both compounds are
characteristic for having aromas of spicy notes, specifically clove, wood, and smoked [30,31].

Regarding aldehydes, it was observed that the granulates extracted the highest concentrations
after 15 days of maceration with values up to five times higher with respect to the corks. The main
compounds were phenylacetaldehyde with maximum values of 4.5 ug/g and nonenal with values of
0.47 pg/g. These compounds are characteristic for providing fresh and intense aromas even at low
concentrations, such as green grass, citrus, and wax [32]. It should be noted that the odor threshold
for phenylacetaldehyde in hydroalcoholic solution was established in 5 pg/L [33], and the maximum
content found in this work corresponded to 135 ug/L (30 g of cork in 1 L). In this way, the maximum
nonenal amount in these samples was 14.1 pg/L higher than the established odor threshold determined
in water (0.065 pg/L) and in hydroalcoholic solution (0.17 pg/L) [34].

Lactones exhibited a behavior similar to that of aldehydes. The aroma of lactones is of interest
for commercial aromatization of food [35]. Here, y-nonalactone is the compound that represents this
family. This compound is better extracted from granulates than from corks after 15 days of maceration.
Despite presenting low concentrations (0.11 pg/g) in the extracts, its concentration is higher than the
odor threshold in water (0.03 pg/g) [35]. This is a characteristic compound for providing pleasant
aromatic descriptors, such as coconut, peach, and sweet cream butter notes [36,37]. This aroma is
commonly used in the development of cosmetics and fragrances. In addition, they could also be
used in the food industry as an essence in the preparation of cakes, sweets, candies, and ice cream, as
margarine or aroma [36].

Similarly, the terpenols had a higher concentration in the macerates of granulates than in corks,
especially after 15 days of extraction. The contribution of the individual terpenols seems to be similar,
since little differences were observed among them. Their concentrations ranged from 0.05 (A cork
after 3 days) to 0.62 pg/g (A granulate after 5 days) (Table S2). Terpenes are aromatic compounds
commonly synthesized in plants, trees, and vegetables. They are usually the main constituents of
essential oils of most plants, offering a wide variety of pleasant scents, from flowery to fruity, to woody,
or balsamic notes [38]. Hence, cork has a wide range of terpenoid variety within the family of terpenols
formed in this study by the following determined compounds: camphor, borneol, «-terpineol, and
4-terpineol. All of them have interesting aromatic descriptors such as mint, pine, spices, and flowers,
respectively. In addition, today they are used in cosmetics, especially in the elaboration of anti-aging
creams, because they possess bioactive properties [39]. They may act as elastase inhibitors, preventing
the structural degradation of elastin fibers in the dermal matrix [2,40,41], and play an important
role as constituents of flavors for spicing foods, sweets, beverages, and baked foods [42]. Furfural,
an important aromatic additive in food and beverages [43], also showed the highest concentrations
after 15 days of maceration, being higher in granulates (5.7 ug/L) than in corks (1.5 ug/L). The odor
threshold of this compounds is also lower (1 pg/L) [44] than the concentrations found in the studied
samples, as occurred in other compounds.

On the other hand, alcohols and fatty acids showed higher concentrations in macerated cork
stoppers than in granulates (Figure 3). With regard to alcohols, granulates and corks showed a
large increase in concentration after 15 days of maceration, reaching values of up to 0.98 pg/g and
2.32 pg/g, respectively. Among them, the phenylethyl alcohol stands out for presenting the highest
concentrations (Table S2), and for having interesting aromatic descriptors, such as flowers. For this
reason, this compound is commonly used in the production of perfumes as well as flavoring in the
food industry. It is also used in the cosmetic industry for the preparation of creams and soaps, acting as
a preservative due to its stability in basic conditions. Another important property of this compound is
its antimicrobial activity [45]. Fatty acids showed a large increase in concentration after 5 and 15 days
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of maceration in cork stoppers. This family reached a value of 10.74 pg/g. It should be noted that
their concentrations were three times higher than in the case of granulates. The main fatty acids
determined were vanillic, bezenacetic, decanoic, and octanoic, highlighting the latter for having the
highest concentrations. All of them contributed to providing very pleasant aromatic notes such as
vanilla, honey, lactic, and coconut, respectively.

VANILLINS VOLATILE PHENOLS
200 Granulates Corks 4 Granulates Corks

150
LACTONES
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Figure 3. Composition per family of the studied aromatic compounds. Different particle size from cork
stoppers and their respective granulates (A; high, B; medium, C; small).

The great increase in the concentration of phenylethyl alcohol and octanoic acid in the macerates
of corks with respect to granulates could be due to the presence of this compound in glues used for
the manufacture of agglomerated corks [46]. Their use is due to their aromatic, antimicrobial, and
antibiotic properties.

In summary, the families studied provide the aromatic profile of the granules and cork stoppers,
which are rich in very pleasant aromas at the sensory level. This aromatic composition extracted from
cork could have a second shelf life in different types of industries. On the one hand, the cosmetic and
pharmaceutical industries could use these extracted compounds as ingredients in the manufacture of
products such as sunscreens, wrinkle products, fragrances, or even soaps. On the other, they could be
also used in processed food as flavoring additive, and it should be noted their bioactive properties and
beneficial health effects, such as antioxidant and antimicrobial activities.

3.2. Phenolic Composition

Many studies have used the Folin—Ciocalteu method to determine polyphenols in plant
extracts [47,48]. The combination of HPLC-DAD/MS analysis with this methodology helps the
determination of the compounds, from the individual to the polymeric polyphenols. Figure 4 shows
the Folin-Ciocalteu index (Figure 4a,b) and the content in the phenolic compounds in the studied cork
samples determined by HPLC (Figure 4c,d).
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In general, higher polyphenol content was obtained for granulates than for corks. A and B
granulates obtained the highest value after three days of maceration (Figure 4a). As shown in
Figure 4c,d, in general, a higher concentration of phenolics was extracted after 15 days of maceration.
In the case of granulates, it is observed that A and B granulates had concentrations above 150 ng/g after
3 and 5 days of maceration, and increased to concentrations around 500 pg/g after 15 days. The highest
concentration was obtained in A granulate (513.5 ug/g), with larger particle size. In C granulate
(smaller size), the extraction was more constant, around 350—-400 pg/g for all maceration times. After
15 days of maceration, the phenolic composition in cork stoppers increased in all cases from 10 pg/g to
65 pg/gin in the C sample. Other authors observed differences in the phenolic extraction depending
on the type of cork stopper, granulate, and powder [12,20,49]. Further research should be done to
optimize time of extraction and methods. Furthermore, the use of new promising technologies may be
interesting in order to optimize the process in a real scale [50].
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1 a 1 b
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4 e B 4- -e- B
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S 3 T
£ £
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5 29 5 29
[T [T
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Figure 4. Folin—Ciocalteu index (a and b) and phenolic content determined by HPLC (c and d; note
difference in y-axis scales). Particle size from cork stoppers and their respective granulates, A; high,

B; medium, C; small.

Considering the individual content of the phenolic compounds, gallic acid obtained the highest
concentrations with values between 60.6 and 180.9 ng/g, followed by protocatechuic acid with values
between 41.3 and 161.6 ug/g, and finally the protocatechuic aldehyde with values between 26.3 and
118.6 ug/g. As stated in previous studies [51,52], gallic acid and protocatechuic acid are phenolic
compounds with abundant presence in cork extractive fractions.

3.3. Antioxidant Activity

Previous studies have already shown that the cork has bioactive compounds with antioxidant
activity [2,53]. Touati et al. studied cork extracts in methanol solution and water using the ABTS
method, demonstrating its high antioxidant activity, and Fernandes et al. characterized the great
antioxidant activity of cork extracts, which was directly related to the phenolic composition [15,54].
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Figure 5 shows the antioxidant activity in umol/L of Trolox of the granules and corks throughout
the maceration time. In general, it is observed that granulate samples obtained higher antioxidant
activity than corks (up to one hundred times). Figure 5A shows that B and C granulates had higher
antioxidant activity compared with the larger A granulate. Likewise, the three types of granulates
obtained similar antioxidant activity after all maceration times, as reported Azevedo and co-workers,
who observed no significant differences in wine model solution at different times when bottling
with different cork stoppers [20]. With respect to the corks (Figure 5B), in general, the same trend
is observed in all types of corks. In this case, the antioxidant activity increases by increasing the
maceration time. The differences observed between samples after 15 days of maceration may result
from the higher amount of simpler phenolic compounds at this time (Figure 4d). The maceration
of A cork (larger granulate) presented the highest concentration at all times, especially after 15 days
of maceration. On the one hand, this trend is not explained from the obtained data, so this could be
due to hydrolyzable tannins that are powerful antioxidant agents and were not determined in this
study [15].

a Granulates 3004 P Corks

2000 - B
.‘;‘4 200+ - C
1500+

2500+

= =
g g
5 1000 o/‘\. ™ 100
500
0 T T T 0 T T T
3 5 15 3 5 15
maceration time (d) maceration time (d)

Figure 5. Antioxidant activity of granulates (a) and cork (b) samples determined by ABTS method
(expressed in pmol/L of Trolox reagent), note difference in y-axis scales. Particle size from cork stoppers
and their respective granulates, A; high, B; medium, C; small.

On the other hand, the high antioxidant capacity of the cork samples studied, especially in the
case of granulates, could be directly related to phenolic acids, in particular the high concentrations
of gallic acid and protocacatechuic acid [26,54]. In addition, this antioxidant capacity could also be
due to the aromatic composition of the corks studied, especially to the high concentrations of vanillin
(170 pg/g), which is considered a natural bioactive component of cork [15,55]. According to Azevedo
et al., the amounts of gallic acid, protocatechuic acid, protocatechuic aldehyde, and vanillin in cork
samples appear to be crucial for the antioxidant activity [20].

4. Conclusions

Overall, this work highlights valuable aromatic compounds (vanillins, volatile phenols, aldehydes,
alcohols, terpenols, lactones, fatty acids, and furans) found in cork by-products and cork stoppers
to be reused as flavoring agents and antioxidants in the food industry. The most important family
of compounds was vanillins with a high content of vanillin and acetovanillone, and 4-vinylguaicol
was the most abundant volatile phenol. Furthermore, the phenolic composition of corks and their
by-products may provide interesting antioxidant properties with increasing interest on the industry
for their health benefits. Granulates showed higher potential than corks, however, corks used daily
(e.g., wine stoppers) have to be considered for this purpose. Further research should be done in order
to optimize waste management and extraction procedures, among others.

Supplementary Materials: The following are available online at http://www.mdpi.com/2304-8158/9/2/133/s1.
Table S1: Size of cork granulates (mm) used in this study (1 = 20), Table S2: Individual aromatic composition in
the studied granulates and corks at 3, 5, and 15 days of maceration.


http://www.mdpi.com/2304-8158/9/2/133/s1

Foods 2020, 9, 133 110f13

Author Contributions: A.M.M. performed the experiment and participated on the manuscript redaction and
edition. M.P. designed the experiment and reviewed the manuscript. R.F.-G. participated on the experiment
analysis, redaction and edition. All authors have read and agreed to the published version of the manuscript.

Acknowledgments: Authors thanks the European project entitled “Efficiency in the use of resources for the
improvement of the wine sustainability in Priorat region” Life Priorat+Montsant, Ref. LIFE15ENV/ES/000399.

Conflicts of Interest: The authors declare no conflict of interest

References

10.

11.

12.

13.

14.

15.

16.

17.

18.

Gil, L. Cork powder waste: An overview. Biomass Bioenerg. 1997, 13, 59—61. [CrossRef]

Carrico, C.; Ribeiro, H.M.; Marto, J. Converting cork by-products to ecofriendly cork bioactive ingredients:
Novel pharmaceutical and cosmetics applications. Ind. Crop. Prod. 2018, 125, 72-84. [CrossRef]

Borrero, C.; Castillo, S.; Casanova, E.; Segarra, G.; Trillas, M.I; Castafio, R.; Avilés, M. Capacity of composts
made from agriculture industry residues to suppress different plant diseases. Act. Hortic. 2013, 1013, 459-464.
[CrossRef]

Carmona, E.; Ordovds, J.; Moreno, M.T.; Avilés, M.; Aguado, M.T.; Ortega, M.C. Hydrological Properties of
Cork Container Media. HortScience 2003, 38, 1235-1241. [CrossRef]

Filipe-Ribeiro, L.; Cosme, F.; Nunes, EM. A Simple Method To Improve Cork Powder Waste Adsorption
Properties: Valorization as a New Sustainable Wine Fining Agent. ACS Sustain. Chem. Eng. 2019, 7,
1105-1112. [CrossRef]

Silva, B.; Martins, M.; Rosca, M.; Rocha, V.; Lago, A.; Neves, 1.C.; Tavares, T. Waste-based biosorbents as
cost-effective alternatives to commercial adsorbents for the retention of fluoxetine from water. Sep. Purif.
Technol. 2020, 235, 116139. [CrossRef]

Pintor, A.M.A.; Vieira, B.R.C.; Boaventura, R.A.R.; Botelho, C.M.S. Removal of antimony from water by
iron-coated cork granulates. Sep. Purif. Technol. 2020, 233, 116020. [CrossRef]

Pirozzi, C.; Pontoni, L.; Fabbricino, M.; Bogush, A.; Campos, L.C. Effect of organic matter release from natural
cork used on bisphenol a removal from aqueous solution. . Clean. Prod. 2020, 244, 118675. [CrossRef]
Olivella, M.A.; Jové, P; Oliveras, A. The use of cork waste as a biosorbent for persistent organic
pollutants-Study of adsorption/desorption of polycyclic aromatic hydrocarbons. J. Environ. Sci. Health. Part
A 2011, 46, 824-832. [CrossRef]

OIV. 2019 Statistical Report on World Vitiviniculture; International Organization of Vine and Wine: Paris,
France, 2019; p. 13.

Aroso, ILM.; Aratjo, A.R.; Pires, R.A.; Reis, R.L. Cork: Current Technological Developments and Future
Perspectives for this Natural, Renewable, and Sustainable Material. ACS Sustain. Chem. Eng. 2017, 5,
11130-11146. [CrossRef]

Reis, S.F.; Lopes, P; Roseira, 1.; Cabral, M.; Mateus, N.; Freitas, V. Recovery of added value compounds from
cork industry by-products. Ind. Crop. Prod. 2019, 140, 111599. [CrossRef]

Mark, R.; Lyu, X,; Lee, J.J.L.; Parra-Saldivar, R.; Chen, W.N. Sustainable production of natural phenolics for
functional food applications. J. Funct. Foods 2019, 57, 233-254. [CrossRef]

Santos-Buelga, C.; Scalbert, A. Proanthocyanidins and tannin-like compounds - Nature, occurrence, dietary
intake and effects on nutrition and health. J. Sci. Food Agric. 2000, 80, 1094-1117. [CrossRef]

Fernandes, A.; Fernandes, I.; Cruz, L.; Mateus, N.; Cabral, M.; de Freitas, V. Antioxidant and Biological
Properties of Bioactive Phenolic Compounds from Quercus suber L. J. Agric. Food. Chem. 2009, 57,
11154-11160. [CrossRef] [PubMed]

Fontana, A.R. Analytical methods for determination of cork-taint compounds in wine. TrAC, Trends Anal.
Chem. 2012, 37, 135-147. [CrossRef]

Garcia, A.R,; Lopes, L.F; Barros, R.B.D.; Ilharco, L.M. The problem of 2,4,6-trichloroanisole in cork planks
studied by attenuated total reflection infrared spectroscopy: Proof of concept. J. Agric. Food. Chem. 2015, 63,
128-135. [CrossRef]

Mayr, C.M.; Capone, D.L.; Pardon, K.H.; Black, C.A.; Pomeroy, D.; Francis, I.L. Quantitative Analysis by
GC-MS/MS of 18 Aroma Compounds Related to Oxidative Off-Flavor in Wines. J. Agric. Food. Chem. 2015,
63, 3394-3401. [CrossRef]


http://dx.doi.org/10.1016/S0961-9534(97)00033-0
http://dx.doi.org/10.1016/j.indcrop.2018.08.092
http://dx.doi.org/10.17660/ActaHortic.2013.1013.56
http://dx.doi.org/10.21273/HORTSCI.38.6.1235
http://dx.doi.org/10.1021/acssuschemeng.8b04775
http://dx.doi.org/10.1016/j.seppur.2019.116139
http://dx.doi.org/10.1016/j.seppur.2019.116020
http://dx.doi.org/10.1016/j.jclepro.2019.118675
http://dx.doi.org/10.1080/10934529.2011.579845
http://dx.doi.org/10.1021/acssuschemeng.7b00751
http://dx.doi.org/10.1016/j.indcrop.2019.111599
http://dx.doi.org/10.1016/j.jff.2019.04.008
http://dx.doi.org/10.1002/(SICI)1097-0010(20000515)80:7&lt;1094::AID-JSFA569&gt;3.0.CO;2-1
http://dx.doi.org/10.1021/jf902093m
http://www.ncbi.nlm.nih.gov/pubmed/19888728
http://dx.doi.org/10.1016/j.trac.2012.03.012
http://dx.doi.org/10.1021/jf503309a
http://dx.doi.org/10.1021/jf505803u

Foods 2020, 9, 133 12 0f13

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.
36.

37.

38.

39.

40.

41.

Tarasov, A.; Rauhut, D.; Jung, R. “Cork taint” responsible compounds. Determination of haloanisoles and
halophenols in cork matrix: A review. Talanta 2017, 175, 82-92. [CrossRef]

Azevedo, ].; Fernandes, 1.; Lopes, P,; Roseira, I.; Cabral, M.; Mateus, N.; Freitas, V. Migration of phenolic
compounds from different cork stoppers to wine model solutions: antioxidant and biological relevance. Eur.
Food Res. Technol. 2014, 239, 951-960. [CrossRef]

OILV. Compendium of International Methods of Analysis; International Organization of Vine and Wine: Paris,
France, 2019.

Re, R.; Pellegrini, N.; Proteggente, A.; Pannala, A.; Yang, M.; Rice-Evans, C. Antioxidant activity applying an
improved ABTS radical cation decolorization assay. Free Radical Bio. Med. 1999, 26, 1231-1237. [CrossRef]
Oliveira, V.; Knapic, S.; Pereira, H. Natural variability of surface porosity of wine cork stoppers of different
commercial classes. J. Int. Sci. Vigne Vin. 2012, 46, 331-340. [CrossRef]

Crouvisier-Urion, K.; Chanut, J.; Lagorce, A.; Winckler, P.; Wang, Z.; Verboven, P,; Nicolai, B.; Lherminier, J.;
Ferret, E.; Gougeon, R.D,; et al. Four hundred years of cork imaging: New advances in the characterization
of the cork structure. Sci. Rep. 2019, 9, 19682. [CrossRef] [PubMed]

Ciriminna, R.; Fidalgo, A.; Meneguzzo, F.; Parrino, E; Ilharco, L.M.; Pagliaro, M. Vanillin: The Case for
Greener Production Driven by Sustainability Megatrend. ChemistryOpen 2019, 8, 660-667. [CrossRef]
[PubMed]

Rodrigues, F.; Pimentel, EB.; Oliveira, M.B.P.P. Olive by-products: Challenge application in cosmetic industry.
Ind. Crop. Prod. 2015, 70, 116-124. [CrossRef]

Silva, S.P,; Sabino, M.A.; Fernandes, E.M.; Correlo, V.M.; Boesel, L.E; Reis, R.L. Cork: properties, capabilities
and applications. Int. Mater. Rev. 2005, 50, 345-365. [CrossRef]

Salgado, ].M.; Rodriguez-Solana, R.; Curiel, J.A.; Rivas, B.d.1.; Mufioz, R.; Dominguez, ].M. Production of
vinyl derivatives from alkaline hydrolysates of corn cobs by recombinant Escherichia coli containing the
phenolic acid decarboxylase from Lactobacillus plantarum CECT 748T. Bioresour. Technol. 2012, 117, 274-285.
[CrossRef]

Sharma, U.K,; Sharma, N.; Salwan, R.; Kumar, R.; Kasana, R.C.; Sinha, A.K. Efficient synthesis of
hydroxystyrenes via biocatalytic decarboxylation/deacetylation of substituted cinnamic acids by newly
isolated Pantoea agglomerans strains. . Sci. Food Agric. 2012, 92, 610-617. [CrossRef]

Culleré, L.; Cacho, ].; Ferreira, V. Comparative study of the aromatic profile of different kinds of wine cork
stoppers. Food Chem. 2009, 112, 381-387. [CrossRef]

Francis, L.L.; Newton, J.L. Determining wine aroma from compositional data. Aus. ]. Grape Wine R. 2005, 11,
114-126. [CrossRef]

Rocha, S.; Delgadillo, I.; Ferrer Correia, A.J. GC-MS Study of Volatiles of Normal and Microbiologically
Attacked Cork from Quercus suber L. . Agric. Food. Chem. 1996, 44, 865-871. [CrossRef]

Ferreira, V.; Lopez, R.; Cacho, J.F. Quantitative determination of the odorants of young red wines from
different grape varieties. J. Sci. Food Agric. 2000, 80, 1659-1667. [CrossRef]

Chatonnet, P.; Dubourdieu, D. Identification of substances responsible for the ‘sawdust’ aroma in oak wood.
J. Sci. Food Agric. 1998, 76, 179-188. [CrossRef]

Belitz, H.-D.; Grosch, W.; Schieberle, P. Food Chemistry, 4th ed.; Springer: Berlin Heidelberg, Germany, 2009.
Dadali, C.; Elmaci, Y. Optimization of Headspace-Solid Phase Microextraction (HS-SPME) technique for the
analysis of volatile compounds of margarine. J. Food Sci. Technol. 2019, 56, 4834-4843. [CrossRef] [PubMed]
Mosandl, A.; Giinther, C. Stereoisomeric Flavor Compounds. 20. Structure and Properties of y-Lactone
Enantiomers. J. Agric. Food. Chem. 1989, 37, 413—418. [CrossRef]

Lorenzo, C.; Eugenio, A. Use of Terpenoids as Natural Flavouring Compounds in Food Industry. Recent Pat.
Food. Nutr. 2011, 3, 9-16.

Brahmkshatriya, PP.; Brahmkshatriya, P.S. Terpenes: Chemistry, biological role, and therapeutic applications.
In Natural Products: Phytochemistry, Botany and Metabolism of Alkaloids, Phenolics and Terpenes; Springer:
Berlin/Heidelberg, Germany, 2013; pp. 2665-2691.

Karim, A.A.; Azlan, A.; Ismail, A.; Hashim, P.; Abd Gani, S.S.; Zainudin, B.H.; Abdullah, N.A. Phenolic
composition, antioxidant, anti-wrinkles and tyrosinase inhibitory activities of cocoa pod extract. BMC
Complem. Altern. M. 2014, 14, 381.

Mukherjee, PK.; Maity, N.; Nema, N.K,; Sarkar, B.K. Bioactive compounds from natural resources against
skin aging. Phytomedicine 2011, 19, 64-73, Eberhard. [CrossRef]


http://dx.doi.org/10.1016/j.talanta.2017.07.029
http://dx.doi.org/10.1007/s00217-014-2292-y
http://dx.doi.org/10.1016/S0891-5849(98)00315-3
http://dx.doi.org/10.20870/oeno-one.2012.46.4.1523
http://dx.doi.org/10.1038/s41598-019-55193-9
http://www.ncbi.nlm.nih.gov/pubmed/31873094
http://dx.doi.org/10.1002/open.201900083
http://www.ncbi.nlm.nih.gov/pubmed/31172003
http://dx.doi.org/10.1016/j.indcrop.2015.03.027
http://dx.doi.org/10.1179/174328005X41168
http://dx.doi.org/10.1016/j.biortech.2012.04.051
http://dx.doi.org/10.1002/jsfa.4616
http://dx.doi.org/10.1016/j.foodchem.2008.05.089
http://dx.doi.org/10.1111/j.1755-0238.2005.tb00283.x
http://dx.doi.org/10.1021/jf9500400
http://dx.doi.org/10.1002/1097-0010(20000901)80:11&lt;1659::AID-JSFA693&gt;3.0.CO;2-6
http://dx.doi.org/10.1002/(SICI)1097-0010(199802)76:2&lt;179::AID-JSFA924&gt;3.0.CO;2-6
http://dx.doi.org/10.1007/s13197-019-03945-w
http://www.ncbi.nlm.nih.gov/pubmed/31741508
http://dx.doi.org/10.1021/jf00086a031
http://dx.doi.org/10.1016/j.phymed.2011.10.003

Foods 2020, 9, 133 13 0f 13

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

Breitmaier, E. Terpenes: Flavors, Fragrances, Pharmaca, Pheromones; Wiley-VCH Verlag GmbH & Co. KGaA:
Weinheim, Germany, 2006; pp. 1-214.

Hidalgo-Carrillo, J.; Marinas, A.; Urbano, FJ. Chemistry of Furfural and Furanic Derivatives. In Furfural;
World Scientific (Europe): London, UK, 2017; Volume 2, pp. 1-30.

Goémez-Miguez, M.].; Cacho, J.E; Ferreira, V.; Vicario, LM.; Heredia, FJ. Volatile components of Zalema white
wines. Food Chem. 2007, 100, 1464-1473. [CrossRef]

Ren, G.; Xue, P; Sun, X.; Zhao, G. Determination of the volatile and polyphenol constituents and the
antimicrobial, antioxidant, and tyrosinase inhibitory activities of the bioactive compounds from the by-product
of Rosa rugosa Thunb. var. plena Regal tea. BMC Complem. Altern. M. 2018, 18, 307. [CrossRef]
Crouvisier-Urion, K.; Bellat, J.P.; Gougeon, R.D.; Karbowiak, T. Mechanical properties of agglomerated cork
stoppers for sparkling wines: Influence of adhesive and cork particle size. Compos. Struct. 2018, 203, 789-796.
[CrossRef]

Blainski, A.; Lopes, G.C.; De Mello, J.C.P. Application and analysis of the folin ciocalteu method for the
determination of the total phenolic content from limonium brasiliense L. Molecules 2013, 18, 6852—6865.
[CrossRef] [PubMed]

Cicco, N.; Lanorte, M.T.; Paraggio, M.; Viggiano, M.; Lattanzio, V. A reproducible, rapid and inexpensive
Folin-Ciocalteu micro-method in determining phenolics of plant methanol extracts. Microchem. . 2009, 91,
107-110. [CrossRef]

Fernandes, A ; Sousa, A.; Mateus, N.; Cabral, M.; de Freitas, V. Analysis of phenolic compounds in cork from
Quercus suber L. by HPLC-DAD/ESI-MS. Food Chem. 2011, 125, 1398-1405. [CrossRef]

Albanese, L.; Bonetti, A.; D’Acqui, L.P.; Meneguzzo, F,; Zabini, F. Affordable production of antioxidant
aqueous solutions by hydrodynamic cavitation processing of silver fir (Abies alba Mill.) needles. Foods 2019,
8, 65. [CrossRef] [PubMed]

Santos, S.A.O.; Pinto, PC.R.O,; Silvestre, A.].D.; Neto, C.P. Chemical composition and antioxidant activity of
phenolic extracts of cork from Quercus suber L. Ind. Crop. Prod. 2010, 31, 521-526. [CrossRef]

Santos, S.A.O.; Villaverde, ].J.; Sousa, A.F.; Coelho, J.E]J.; Neto, C.P; Silvestre, A.].D. Phenolic composition
and antioxidant activity of industrial cork by-products. Ind. Crop. Prod. 2013, 47, 262-269. [CrossRef]
Igueld, S.B.; Hatem, A.; Trabelsi-Ayadi, M.; Cherif, ].K. Study of Physicochemicals Characteristics and
Antioxidant Capacity of Cork Oak Acorns (Quercus Suber L.) grown in Three Regions in Tunisia. ]. App.
Pharm. Sci. 2015, 5, 26-32. [CrossRef]

Touati, R.; Santos, S.A.O.; Rocha, S.M.; Belhamel, K; Silvestre, A.J.D. The potential of cork from Quercus
suber L. grown in Algeria as a source of bioactive lipophilic and phenolic compounds. Ind. Crop. Prod. 2015,
76,936-945. [CrossRef]

Anand, A.; Khurana, R.; Wahal, N.; Mahajan, S.; Mehta, M.; Satija, S.; Sharma, N.; Vyas, M.; Khurana, N.
Vanillin: A comprehensive review of pharmacological activities. Plant Arch. 2019, 19, 1000-1004.

® © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1016/j.foodchem.2005.11.045
http://dx.doi.org/10.1186/s12906-018-2374-7
http://dx.doi.org/10.1016/j.compstruct.2018.06.116
http://dx.doi.org/10.3390/molecules18066852
http://www.ncbi.nlm.nih.gov/pubmed/23752469
http://dx.doi.org/10.1016/j.microc.2008.08.011
http://dx.doi.org/10.1016/j.foodchem.2010.10.016
http://dx.doi.org/10.3390/foods8020065
http://www.ncbi.nlm.nih.gov/pubmed/30759809
http://dx.doi.org/10.1016/j.indcrop.2010.02.001
http://dx.doi.org/10.1016/j.indcrop.2013.03.015
http://dx.doi.org/10.7324/JAPS.2015.50405
http://dx.doi.org/10.1016/j.indcrop.2015.07.074
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Samples and Extraction 
	Reagents 
	GC–MS Analysis 
	Total Phenolic Content 
	Antioxidant Activity Assay 
	Statistics 

	Results and Discussion 
	Aromatic Characterization 
	Phenolic Composition 
	Antioxidant Activity 

	Conclusions 
	References

