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Abstract: Red onion, a species of great economic importance rich in phytochemicals (bioactive
compounds) known for its medicinal properties, was fertilized with sulphur-bentonite enriched
with orange residue or olive pomace, with the aim of producing onion enriched in health beneficial
compounds. There is a worldwide great demand of minimally processed food or food ingredients
with functional properties because of a new awareness of how important healthy functional nutrition
is in life. Phytochemicals have the capacity to regulate most of the metabolic processes resulting in
health benefits. Red onion bioactive compound quantity and quality can vary according to cultivation
practices. The main aims of the current research were to determine the chemical characteristics
of the crude extracts from red onion bulbs differently fertilized and to evaluate their biological
activity in normal and oxidative stress conditions. The lyophilized onion bulbs have been tested
in vitro on two cellular models, i.e., the H9c2 rat cardiomyoblast cell line and primary human
dermal fibroblasts, in terms of viability and oxygen radical homeostasis. The results evidenced
different phytochemical compositions and antioxidant activities of the extracts obtained from red
onions differently fertilized. Sulphur-bentonite fertilizers containing orange waste and olive pomace
positively affected the red onion quality with respect to the red onion control, evidencing that
sulphur-bentonite-organic fertilization was able to stimulate plant a secondary metabolism inducing
the production of phytochemicals with healthy functions. A positive effect of the extracts from
red onions treated with fertilizers—in particular, with those containing orange waste, such as the
reduction of oxidative stress and induction of cell viability of H9c2 and human fibroblasts—was
observed, showing a concentration- and time-dependent profile. The results evidenced that the
positive effects were related to the phenols and, in particular, to chlorogenic and p-coumaric acids and
to the flavonol kaempferol, which were more present in red onion treated with low orange residue
than in the other treated ones.

Keywords: red onion; phytochemicals; polyphenols; oxidative stress; H9c2 rat cardiomyoblast;
primary human fibroblasts

1. Introduction

Nowadays, there is an increasing attention on the food we eat. There is a worldwide
great demand of minimally processed food or food ingredients with functional properties
because of a new awareness of how a healthy and sustainable living is important. Bioactive
food compounds, also known as phytochemicals, have the capacity to regulate most of the
metabolic processes resulting in health benefits. So far, about 10,000 phytochemicals have
been identified, but a large percentage remains still unknown. The identified phytochemi-
cals include tannins, flavones, triterpenoids, steroids, saponins, and alkaloids. Numerous
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studies have associated the protective and beneficial roles of phytochemicals with their
antioxidant activity, since the overproduction of oxidants (reactive oxygen species and
reactive nitrogen species) in the human body is the cause of cellular aging [1], and of many
chronic diseases [2]. Antioxidant phytochemicals exist widely in fruits, vegetables, cereal
grains, edible macrofungi, microalgae, and medicinal plants. Among the vegetables rich in
bioactive compounds, Allium cepa L. (the common onion) is one of the oldest plants culti-
vated around the world and consumed as a vegetable and spice. It is greatly appreciated as
a medicinal plant in traditional medicine for its high content of phytochemicals, including
polyphenols, flavonoids, and sulphur-based compounds. These secondary metabolites,
widely contained in onions, have a different mode of action and biosynthetic pathways but
are all able to promote beneficial health effects. A regular onion bulb intake is reported
to have profound radical scavenging activity and several beneficial effects on health [3],
such as preventing cardiovascular diseases [4], diabetes [5], cancers [6], and neurodegener-
ation [7]. Therefore, foods in our diet that can aid in the prevention of these diseases are of
major interest to both the scientific and public communities.

Epidemiological data evidenced that a high intake of onions was positively correlated
with a low risk of carcinoma [8,9]. Hertog and Katan [10] showed that a high consumption
of quercetin-rich onion was associated with a 50% cancer risk reduction of the digestive
and respiratory tracts. Organosulphur compounds such as diallyl disulfide (DDS), S-
allylcysteine (SAC), and S-methylcysteine (SMC) have been demonstrated to inhibit colon
and renal carcinogenesis [11,12]. Phytochemicals act through two different mechanisms:
cancer cell apoptosis induction [13] and gene transcription inhibition [14].

The quantity and quality of bioactive compounds contained in the onion bulb can
vary according to the variety and cultivation practices. Among the varieties, it was well-
demonstrated that A. cepa L. var. tropeana (red onion) contains more phytochemicals than
white onion [15]. With respect to the cultivation conditions, numerous researchers have
evidenced that onion is a sulphur-loving crop and that sulphur increased the bulb yield
quality and flavors. Other works indicated an increase in onion quality when organic
fertilizers were used [16]. Muscolo et al. [17] showed that the use of sulphur-organic-based
fertilizers increased, in red onion, the production of bioactive organosulphur compounds
and antioxidants with respect to the type and concentration of sulphur-organic-based
fertilizer used.

Based on the above findings, the main aims of the current research were to: (1) deter-
mine the chemical characteristics, phytochemical amount, and profile of red onion bulbs
differently fertilized and (2) evaluate their biological activity in normal and oxidative stress
conditions. The lyophilized onion bulbs were tested in two cellular models, i.e., the H9c2
rat cardiomyoblast cell line and primary human control, and parkin-mutant fibroblasts
in terms of viability and oxygen radical homeostasis. H9c2 cells are a valid alternative
for primary cardiomyocytes where oxidative stress is an important pathophysiological
pathway, affecting multiple aspects of cardiac functionality, including signal transduction,
cell cycle arrest, apoptosis, and necrosis [18,19]. In Parkinson’s disease (PD), oxidative
stress plays a significant role in the cascade, consequently leading to the degeneration
of dopaminergic neurons. Moreover, other aspects of the degenerative process, such as
mitochondrial malfunction, excitotoxicity, nitric oxide toxicity, and inflammation, are all
linked to oxidative stress [20]. Our goal was to link the protective benefits of red onion
to the phytochemical content and specific class of compounds in order to emphasize the
medicinal worth of these onions, which may be used in a health prevention program.

2. Results and Discussion
2.1. Red Onion Chemical Properties

The treatments with fertilizer pads, SB, SBOR and SBOP, influenced positively, but
to different extents, the properties of red onions compared to the control (CTR). Pads
containing orange positively affected the red onion quality, followed by SBOP and SB.
These were due to the presence of organic components in the pads, as reported in previous
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publications [21,22] that evidenced a great level of flavonoids in organically grown Welsh
onions and red onion. Ren et al. [21] also found high amounts of phenolics, total flavonoids,
and anthocyanins, as well antioxidant activities, in two different onion varieties grown
under organic production. Muscolo et al. [17] evidenced a positive effect of sulphur
bentonite-organic-based fertilizers on secondary metabolite (SMs) production in red onions,
suggesting that sulphur bentonite organic fertilization was able to stimulate the plant’s
secondary metabolism, inducing the production of phytochemicals that can be useful
in preserving human health. Human natural antioxidant systems, if perfectly working,
are able to mitigate damage to important biomolecules, such as DNA, proteins, lipids,
and carbohydrates, avoiding the insurgence of diseases [23]. The additional intake of
antioxidants with the diet represents a very important way to prevent the diseases caused
by oxidative stresses. There is, nowadays, a growing interest to enrich the human diet with
functional foods naturally rich in antioxidant compounds. Polyphenols represent the most
important natural antioxidant compounds with beneficial effects on human health [24].

Our results evidenced in red onion bulb the greatest increase in polyphenols (Table 1)
in the presence of SBOR at both concentrations (low and high); SBOP also increased the
quantity of polyphenols with respect to the control but less than SBOR. In contrast, an
inverse trend was observed for the total flavonoids (Table 1) that increased more in the
presence of SBOP than SBOR LP and HP. Anthocyanins were the highest in all fertilized
red onion bulbs. Phenolic acids (Figure 1) found in the CTR and fertilized onions were
caffeic and chlorogenic. Gallic acid was present only in the fertilized onions (Figure 1),
while p-coumaric acid in the CTR and, in the greatest amount, in SBORLP. Caffeic and
chlorogenic acids did not show significant differences with respect to the CTR, except
for the onion fertilized with SBORHP. p-coumaric and gallic acids are antioxidants with
diverse physiological functions that are beneficial for human health with ascertained
anticancer, anti-inflammatory, and antimicrobial properties [25–27]. The mechanisms of
action of polyphenols are various and complex and depend on their chemical structures.
The antioxidant property of p-coumaric acid is ascribed to its phenyl hydroxyl group
(-OH) that enables it to donate hydrogen or electrons. In vivo studies on the p-coumaric
mechanism of action evidenced, on a rat model, that it was able to reduce basal oxidative
DNA damage, inducing glutathione (GSH) and glutathione S-transferase Mu 2 (GST-M2)
in colonic mucosa. Additionally, it was demonstrated that p-coumaric acid was capable
of decreasing the expression of the inflammatory mediators, such as TNF-α and IL-6,
regulating the production of cytokines [28]. Nasr Bouzaiene et al. [29] showed how the
proliferation of human lung (A549) and colon (HT29-D4) cancer cells was significantly
inhibited by ferulic, caffeic, and p-coumaric acids. These inhibitory effects were likely to be
mediated by the suppression of DNA synthesis induced by the phenolic acids in MCF-7.
Caffeic acid, among the phenolic acids, was found more able to block the many modulators
involved in tumor progression, including NF-kB, COX-2, TNF-a, IL-6, Nrf2, iNOS, NFAT
and HIF-1α, repressing cancer angiogenesis and therefore recognized as an inducer of
tumor cell death and performer of cancer growth blockage [30].
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Table 1. Total phenols (mg·GAE·g−1 DW), flavonoids (mg·rutin·g−1 DW), and anthocyanins
(mg·cyanidin-3-glucosideg−1 DW) found in red onion bulbs differently fertilized: control (CTR), sul-
phur bentonite (SB), sulphur bentonite-low percentage orange residue (SBOR LP), sulphur bentonite-
high percentage orange residue (SBOR HP), and sulphur bentonite-olive pomace (SBOP). Data are
the mean of three replicates ± the standard error.

Total Phenols Flavonoids Anthocyanins

CTR 28 ± 1 c 2.1 ± 0.1 c 23 ± 1 b

SB 37 ± 2 b 3.7 ± 0.2 b 37 ± 2 a

SBORLP 48 ± 2 a 3.9 ± 0.3 b 37 ± 2 a

SBORHP 43 ± 3 a 3.8 ± 0.2 b 37 ± 2 a

SBOP 37 ± 2 b 5.0 ± 0.5 a 37 ± 2 a

Means followed by different letters in the same column are significantly different (Tukey’s test at p < 0.05).
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Figure 1. Phenolic acids and flavonols (mg·100·g−1 FW) found in red onion bulbs differently fertilized:
control (CTR), sulphur bentonite (SB), sulphur bentonite-low percentage orange residue (SBOR LP),
sulphur bentonite-high percentage orange residue (SBOR HP), and sulphur bentonite—olive pomace
(SBOP). Data are the mean of three replicates± the standard error. Different letters indicate significant
differences at p < 0.05.
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Anthocyanidins (Figure 2), increased in treated onions compared to the CTR. Equally,
S methyl-cysteine sulfoxide and the majority of organosulphides (Table 2) increased with
respect to the CTR, mostly in red onions treated with SBOR pads and particularly with
SBORLP. Anthocyanidins have health-promoting effects linked with antioxidant, anti-
inflammatory, and anticarcinogenic properties. Their antioxidant nature was observed in
all neurological diseases through MMP2, MMP3 and MMP9 metalloproteinase inhibition;
reactive oxygen species generation inhibition; endogenous antioxidants modulation as su-
peroxide dismutase and glutathione; the formation and aggregation of beta-amyloid (β-A)
protein inhibition; and brain protective action through the modulation of brain-derived neu-
rotrophic factor (BDNF), important for neural plasticity [31]. Additionally, organosulphur
compounds have a well-recognized antiproliferative activity in several tumor cell lines that
is mediated by the induction of apoptosis and alterations of the cell cycle. Organosulphur
compounds generally act by modulating the activity of several metabolizing enzymes that
activate (cytochrome P450s) or detoxify (glutathione S-transferases) carcinogens and inhibit
the formation of DNA adducts in several target tissues [32]. Their low amounts found in
SBORHP and SBOP treated onions can be related to the contemporary increase in other SMs
with antioxidant properties. This suggests that the fertilizers used were able to influence the
biosynthesis and accumulation of other SMs, evidencing that these fertilizers are capable of
redirecting the metabolism to consequently regulate the production of specific bioactive
constituents, as already reported by [33].
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Figure 2. Anthocyanidins (mg·100·g−1 FW) found in red onion bulbs differently fertilized: control
(CTR), sulphur bentonite (SB), sulphur bentonite-low percentage orange residue (SBOR LP), sulphur
bentonite-high percentage orange residue (SBOR HP), and sulphur bentonite-olive pomace (SBOP).
Data are the mean of three replicates ± the standard error. Different letters indicate significant
differences at p < 0.05.
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Table 2. S-Methyl-L-cysteine sulfoxide (µg·g−1 FW) and the relative concentration µg·g−1 FW of
volatile organic compounds in the onion bulbs differently fertilized: control (CTR), sulphur bentonite
(SB), sulphur bentonite-low percentage orange residue (SBOR LP), sulphur bentonite-high percentage
orange residue (SBOR HP), and sulphur bentonite-olive pomace (SBOP). Data are the mean of three
replicates ± the standard error.

ID S-methyl Cysteine
Sulfoxide

Trisulfide
Dipropyl

Diallyl
Disulfide

Disulfide
Di-Isopropyl

Disulfide
Methyl-L-Propenyl

Isopropyl
Mercaptan

Heptane-6-Methyl 4-5
Dithia-1-Heptene

CTR 110 ± 9 e 3.32 ± 0.5 b nd 36.7 ± 2 b 0.38 ± 0.04 c 53 ± 3 b 1.0 ± 0.2 c

SB 590 ± 12 a 1.95 ± 0.2 c nd 34.3 ± 3 b nd 61 ± 4 a 1.0 ± 0.1 c

SBORLP 390 ±13 b 10.3 ± 1 a 0.32 ± 9 a 53.6 ± 2 a 1.44 ± 0.05 a 53 ± 2 b 8.4 ± 1 a

SBORHP 140 ± 12 c 3.32 ± 0.6 b nd 35.3 ± 1 b 0.73 ± 0.02 b 51 ± 3 b 1.5 ± 0.2 b

SBOP 180 ± 12 d 1.63 ± 0.5 e nd 36.7 ± 3 b 0.07 ± 0.001 d 54 ± 2 b 0.6 ± 0.02 d

Means followed by different letters in the same column are significantly different (Tukey’s test at p < 0.05).

The in vitro antioxidant capacity, determined with DPPH, ABTS and ORAC (Figure 3),
increased in red onion grown mainly with SBOR and SBOP than the CTR (Figure 3).
Specifically, ORAC was the highest in bulbs of red onion grown with SBOR LP, while
DPPH and ABTS were the highest in bulbs of red onion grown with SBOR, both LP and HP.
Cavalheiro et al. [34] demonstrated an increase in the antioxidant activities in bulbs treated
with organic fertilizers. The antioxidant activities are generally related to the chemical
composition of the plants in terms of the typology of antioxidant compounds. Each single
compound has its own biological activity with different effects on human health [35].
Flavonoids can scavenge free radicals and can form complexes with catalytic metal ions
rendering them inactive. There is also evidence of an additional mechanism by which total
phenols protect against oxidative stress by producing hydrogen peroxide (H2O2), which
can then help to regulate immune response actions, such as cellular growth [36].
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Figure 3. Antioxidant activities (ORAC, DPPH and ABTS) detected in red onion bulbs differently
fertilized: control (CTR), sulphur bentonite (SB), sulphur bentonite-low percentage orange residue
(SBOR LP), sulphur bentonite-high percentage orange residue (SBOR HP), and sulphur bentonite-
olive pomace (SBOP). Data are the mean of three replicates.

Pearson’s correlation (Figure 4) evidenced that the total phenols were positively and
significantly correlated with ABTS (r = 0.96), DPPH (r = 0.57), and ORAC (r = 0.62); the
flavonoids correlated only with ABTS (r = 0.63), while the anthocyanins correlated with
DPPH (r = 0.57) and ORAC (r = 0.87). Among the single phenolic acids, caffeic acid
correlated with all the antioxidant activities, gallic acid correlated with DPPH and ABTS
and chlorogenic acid with DPPH and ORAC, while p-coumaric acid correlated only with
ORAC (r = 0.85). Among the flavonoids, the flavanol quercetin correlated with DPPH and
ABTS. S-methyl cysteine sulfoxide was not involved in the antioxidative system; conversely
the organic volatile compounds correlated with the antioxidant activities, mostly with
DPPH and ORAC and less with ABTS.
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2.2. Effects Red Onion Phytochemicals in Terms of Cell Proliferation or Cytotoxicity

To evaluate the possible effects of the phytochemical contents of onion samples in
terms of cell proliferation or cytotoxicity, in this work, the H9c2 cells, found to be closer to
normal primary cardiomyocytes for their energy metabolism features, were successfully
used as an in vitro cellular model [18]. The H9c2 cells were incubated with red onion
samples, fertilized, and not with the different pads in a range of concentrations between
0.5 and 10 mg/mL, and the cell viability was determined 24, 48 and 72 h after treatment
following the chemical reduction of 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltet-razolium
bromide (MTT) by mitochondrial reductases in live cells [37]. As reported in Figure 5, the
fertilization of red onion with recycled sulphur bentonite pads modified the red onion
samples’ ability to affect the proliferation rate and/or the oxidative metabolism of H9c2
cells with respect to the ‘CTR’ one. No significant toxic effects on cell viability were detected
in the different conditions for all the onion samples up to a concentration of 10 mg/mL,
except for the ‘CTR’ and ‘SBORLP’ at the highest concentration. In the latter, the toxic effect
was very strong, and it was already observed at 24 h of treatment. Furthermore, at 72 h of
incubation time, a toxic effect was also observed with ‘SBOP’ at a low concentration.

Noteworthy is the significant increase in cell viability of H9c2 cells treated with
‘SB’, ‘SBOR LP’, and ‘SBOR HP’ samples as compared with the ‘CTR’ one, even at low
concentrations and already after 24 h of treatment, which could be caused by an increase in
the cells’ number and/or by an improvement in the oxidative metabolism. The effect was
noticeable as early as after 24 h of treatment at very low concentrations (0.5 and 1 mg/mL)
and up to 72 h for the ‘SB’ sample. ‘SBOP’ pads reduced these effects, as indicated by
the overall similar results obtained with the ‘CTR’ and ‘SBOP’ treatments. Red onion
samples’ capabilities to alter the proliferation rate and/or the oxidative metabolism were
more evident after 24 h of treatment with ‘SBOR HP’ and after longer exposure times,
48 and 72 h, in the presence of ‘SBOR LP’. Overall, these data show a positive effect on the
cell viability of H9c2, possibly related to an increase in energy metabolism, in the presence
of ‘SB’ alone or with the addition of orange residue both at low and high percentages as
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compared to the ‘CRT’, likely due to the greatest level in bioactive compounds. To evaluate
if the different red onion samples were able to protect H9c2 in oxidative stress conditions,
the cells were pretreated with them for 24, 48 and 72 h before the exposure for 45 min
to tert-butyl hydroperoxide (TBHP), an exogenous oxidative stress inducer. According
to the treatment conditions of the previous screening, the cells were treated with two
concentrations of onion samples, 0.5 and 5 mg/mL, except for ‘SBOR LP’, for which the
concentrations of 1 and 5 mg/mL were used.
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Figure 5. MTT assay performed on the H9c2 cell line. Cells have been treated for 24 h, 48 h and 72 h
with different samples of red onions at different concentrations ranging from 0.5 mg/mL to 10 mg/mL.
Data were the means ± SEM from at least 3 independent experiments under each condition and
were expressed as the percentage of vehicle-treated cells. Statistical analyses were performed using
Brown-Forsythe and Welch one-way analysis of variance, and mean comparisons were made using
the unpaired t-test with Welch’s correction. * p < 0.05, ** p < 0.01, *** p < 0.001, and **** p < 0.0001.

Firstly, the basal ROS levels after treatment with the onion samples for 24, 48 and
72 h were measured (Figure 6). No changes were observed in the ROS levels for all onion
samples, except for an increase observed in the presence of 5 mg/mL ‘SBOP’ at 24 h of
incubation, which returned to the basal level already at 48 h of incubation. A significant
decrease of the basal ROS levels was, however, observed at the longest incubation time, with
all the onion samples, albeit at different concentrations and, in particular, in the presence of
‘SBOR HP’ and ‘SBOP’ samples, at 0.5 mg/mL. Intriguingly, these same samples showed
no effects at the highest concentration. On the contrary, the ‘SB’ and ‘SBOR LP’ samples
showed the same effects elicited by the ‘CTR’ red onions, inducing a decrease of the basal
ROS level at a higher concentration (5 mg/mL).
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Figure 6. ROS detection performed on the H9c2 cell line. Cells were treated for 24 h, 48 h and
72 h with different samples of red onions at two different concentrations, and the ROS levels were
measured by the DCF assay under the basal conditions and after exposure to the exogenous inducer
of oxidative stress, T-BHP. Data were the, means ± SEM from at least 3 independent experiments
under each condition and were expressed as the percentage of vehicle-treated cells (dotted line) or
tert-Butyl hydroperoxide-treated-cells (T-BHP) (red line). Statistical analyses were performed using
Brown–Forsythe and Welch one-way analysis of variance, and mean comparisons were made using
the unpaired t-test with Welch’s correction. * p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001.

Next, the effects of red onion samples were measured on the ROS levels under TBHP-
induced oxidative stress conditions (Figure 6). Even in this stress condition, only the longest
pretreatment with the red onion samples showed an evident effect restoring the ROS basal
levels or, in the case of the highest concentration of the ‘SB’ sample, further reducing them.
Notably, ‘SBORLP’ showed the same capability of reducing the ROS levels to the basal
ones at both concentrations used in the pretreatment. An early significant effect, at 24 h,
was observed after incubation with the lower concentration of the ‘CTR’ extract and in the
presence of 5 mg/mL of ‘SB’ at 48 h. The results that the different onion samples were able
to decrease TBHP-induced oxidative stress could be ascribed either to a direct scavenger
activity or to an enhancement of the activity of the antioxidant defenses that neutralize the
ROS levels [38].

Finally, the ‘SB’, ‘SBOR’ and ‘SBOP’ treatments influenced, even if to different extents,
the H9c2 viability and oxygen radical homeostasis with respect to the ‘CTR’ sample. In
particular, the ‘SBOR’ treatments showed an interesting influence on the viability of H9c2
cells, dependent on the concentration of orange residue and time of exposure, requiring
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longer exposure times, in some cases, when the percentage was lower. Notably, ‘SBORLP’-
fertilized onions reduced the ROS levels in the basal and in oxidative stress conditions,
confirming the results related to the in vitro antioxidant capacity determined by the ORAC,
DPPH and ABTS assays. In particular, the results related to the oxygen radical homeostasis
for the ‘SBOR’ treatments were not due only to the greatest content of the phenolic compo-
nent present in these samples but also to the higher level of the organosulphides that have
been shown to scavenge ROS and prevent damage caused by oxidative stress [39].

To assess the potential benefits of the differentially fertilized red onion samples in a
pathological scenario, highly characterized primary human skin fibroblasts isolated from a
healthy subject (control fibroblasts) and from a patient affected by early-onset Parkinson’s
disease (parkin-mutant) fibroblasts [40–48] were treated as previously described for H9c2
treatment. Indeed, parkin-mutant fibroblasts are representative of oxidative stress-correlated
chronic diseases, as they display mitochondrial defects associated with deregulated reac-
tive oxygen species (ROS) production, along with impaired energy metabolism and lipid
oxidation [42]. As described in Figure 7, the incubation of control fibroblasts at low concen-
trations of the ‘CTR’ sample (0.5 and 1 mg/mL) showed an increase in the cell viability after
24, 48 and 72 h and a gradual decrease at the highest concentrations (5 and 10 mg/mL),
resulting in a significant inhibition of cell proliferation. Furthermore, an increase in cell
proliferation was also observed after 24 h of treatment in the presence of low concentrations
of ‘SBOR HP’ and after 48 h and 72 h in the presence of ‘SBOP’. Noteworthy, treatments
with all the different onion samples at high concentrations and at long incubation times
induced an inhibition of cell vitality of control fibroblasts, except for ‘SBOP’, which showed
a protective action. In parkin-mutant fibroblasts, whereas the treatment with the ‘CTR’
sample induced a reduction in cellular viability, even at low concentrations and short
incubation times, in the presence of all the other onion treatments, except for ‘SBOR LP’
at the highest concentrations, no change in the cellular vitality was observed. The lack of
increase in the cellular vitality in the parkin-mutant fibroblasts, which was instead observed
in control fibroblasts, could be due to the specific impairment of these cells. Parkin-mutant
fibroblasts adapted to live in an environment characterized by a condition of oxidative
stress showed a deficit in the mitochondrial biogenesis process, which could not lead to
an increase in the cellular proliferation induced by the red onion samples. Finally, in the
control fibroblasts, ‘CTR’, ‘SBOR HP’ and ‘SBOP’ onion extracts were able to increase the
cellular vitality not observed in parkin-mutant fibroblasts. In these latter fibroblasts, the
treatments with fertilized red onion samples could avoid the decrease in cellular vitality
that was instead observed in the presence of the ‘CTR’ sample.

As described previously for the H9c2 cell line, it was evaluated if the different red
onion samples were able to protect human fibroblasts in TBHP-induced oxidative stress
conditions. According to the findings of the viability screening, cells were treated with
0.5 and 5 mg/mL for 24, 48 and 72 h (Figure 8A). In control fibroblasts, a decrease in
the basal ROS levels was observed already at 24 h of incubation in the presence of high
concentrations of ‘CTR’ but low concentrations of ‘SB’ samples. Furthermore, a decrease
in the ROS basal levels was induced by ‘SB’ at 48 h of incubation, as well as by ‘SBOR
HP’, ‘SBOR LP’, and at a higher extent, by ‘SBOP’. It is possible to assume that the increase
in the ROS basal level observed at 24 h of incubation in the presence of 0.5 mg/mL and
5 mg/mL of ‘SBOR HP’ and ‘SBOP’, respectively, might have induced an antioxidant
enzymatic response, which, in turn, resulted in a ROS scavenger effect at 48 h of incubation.
In parkin-mutant fibroblasts at 24 h of incubation, the ‘CTR’ induced a decrease at the basal
ROS levels at low and high concentrations, and this effect persisted also at the highest
concentrations and longest incubation times, similar to what was observed in the control
cells. In addition, the decrease in the basal ROS levels was observed at 24 and 48 h of
incubation in the presence of 5 mg/mL of ‘SB’ and at low and high concentrations of
‘SBORHP’ after 48 h of treatment. The scavenger effect of the ‘CTR’ sample, observed
in parkin-mutant fibroblasts, especially in oxidative stress conditions, demonstrated the
effectiveness of red onion already rich in bioactive compounds.
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Figure 7. The MTT assay performed on the control and parkin-mutant fibroblasts. Cells were treated
for 24 h, 48 h and 72 h with different samples of red onions at different concentrations ranging from
0.5 mg/mL to 10 mg/mL. Data were the means± SEM from at least 3 independent experiments under
each condition and were expressed as the percentage of vehicle-treated cells. Statistical analyses were
performed using Brown-Forsythe and Welch one-way analysis of variance, and mean comparisons
were made using the unpaired t-test with Welch’s correction. * p < 0.05, ** p < 0.01, *** p < 0.001, and
**** p < 0.0001.
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Figure 8. ROS detection performed on the control and parkin-mutant fibroblasts. Cells were treated 

for 24 h, 48 h, and 72 h with different samples of red onions at two different concentrations, and the 

ROS levels were measured by the DCF assay in the basal condition (A) and after exposure to the 

exogenous inducer of oxidative stress, T-BHP (B). Data were the means ± SEM from at least 3 inde-

pendent experiments under each condition and were expressed as a percentage of vehicle-treated 

cells (dotted line) (A) or tert-Butyl hydroperoxide-treated cells (T-BHP) (red line) (B). Statistical 

analyses were performed using one-way analysis of variance, and mean comparisons were made 

using Fisher’s LSD test. * p < 0.05, ** p < 0.01, *** p < 0.001, and **** p < 0.0001. 

3. Materials and Methods 

3.1. Chemicals 

Metaphosphoric acid, 2,2-diphenyl-1-picrylhydrazyl (DPPH),NaOH, nitroblue te-

trazolium, dichlorophenol-indophenol (DCPID),2,2′-azino-bis (3-ethylbenzothiazoline-

6-sulfonic acid) di-ammoniumsalt (ABTS•+), 6-hydroxy-2,5,7,8-tetramethylchromane-2-

carboxyl acid(Trolox), phenazine methosulphate, ethanol, gallic acid, ethylenediaminetet-

raaceticacid (EDTA), ferrozine, 2,4,6-tris(2-piridil)-s-triazina(TPTZ) and iron sulphate 

heptahydrate were purchased from Sigma Chemical Co. (St. Louis, MO, USA). Acetoni-

trile and acetic acid were HPLC-grade and were purchased from Merck (Darmstadt, Ger-

many). All the phenolic standards were obtained from Extra Syntheses (Genay, France). 

Solvents and reagents for carotenoid detection were purchasedfrom Panreac (Barcelona, 

Spain). Other chemicals were of analyticalgrade purchased from Carlo Erba Reagents s.r.l. 

(Cornaredo, MI, Italy). 

3.2. Red Onion Experimental Conditions 

The experiment was conducted in triplicate for 3 months in the field (until the bulb 

is fully ripe) in alkaline sandy-loam soil with a pH of 8.5. The soils contained 3.09% or-

ganic matter, 0.17% nitrogen, 110 g∙kg−1 CaCO3 and 0.334 g∙kg−1 SO4. In each parcel, 30 

uniform seedlings of red onion/m squared were transplanted. The soil was divided into 

parcels of 10 m squared. In each parcel, 30 uniform seedlings of red onion/m2 were trans-

planted. Pads of sulphur bentonite (SB, 90%/10%) or SB with two percentages of orange 

residue (SBOR) conventionally called high (with a greater amount of orange residue, 

SBORHP) and low (with a lower amount of orange residue, SBORLP) or SBOP with olive 

0

50

100

150

200

250

N
T

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l

SB
 5

m
g/

m
l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
el

a
ti

v
e 

R
O

S
 l

ev
el

s

Basal condition - 24h

***

**

**

0

50

100

150

200

250

N
T

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l

SB
 5

m
g/

m
l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
el

a
ti

v
e
 R

O
S

 l
ev

el
s

Basal condition - 48h

****
*

0

50

100

150

200

250

N
T

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l

SB
 5

m
g/

m
l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
e
la

ti
v
e 

R
O

S
 l

ev
e
ls

Basal condition - 72h

*

0

50

100

150

200

250

N
T

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l

SB
 5

m
g/

m
l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
el

a
ti

v
e 

R
O

S
 l

ev
el

s

Basal condition - 24h

***
**

***

0

50

100

150

200

250

N
T

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l

SB
 5

m
g/

m
l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
e
la

ti
v

e 
R

O
S

 l
ev

el
s

Basal condition - 48h

* * ***

0

50

100

150

200

250

N
T

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l

SB
 5

m
g/

m
l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
e
la

ti
v
e 

R
O

S
 l

ev
e
ls

Basal condition - 72h

**

Control fibroblasts Parkin-mutant fibroblastsA B

0

50

100

150

200

250

300

N
T

T-B
H

P

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l

SB
 5

m
g/

m
l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
e
la

ti
v

e
 R

O
S

 l
e
v

el
s

T-BHP - 24h

****

******
* * * *

0

50

100

150

200

250

300

N
T

T-B
H

P

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l
SB

 5
m

g/
m

l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
e
la

ti
v

e
 R

O
S

 l
e
v

e
ls

T-BHP - 48h

**

*

0

50

100

150

200

250

300

N
T

T-B
H

P

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l
SB

 5
m

g/
m

l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
e
la

ti
v

e
 R

O
S

 l
e
v

e
ls

T-BHP - 72h

****

****

*** ***

**

Control fibroblasts

0

50

100

150

200

250

300

N
T

T-B
H

P

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l
SB

 5
m

g/
m

l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
el

a
ti

v
e 

R
O

S
 l

ev
el

s

T-BHP - 24h

* ***
**

*
*

0

50

100

150

200

250

300

N

T

T-B

H

P

C

TR
 0

.5
m

g/
m

l

C
TR

 5

m

g/

m

l

SB

 0

.5
m

g/

m

l

SB

 5

m
g/

m

l

SB
O

R

H

P 0
.5

m

g/
m

l

SB
O

R
H

P 5
m

g/

m

l

SB
O

R

LP 0
.5

m
g/

m

l

SB
O

R

LP 5

m
g/

m

l

SB

O

P 0
.5

m

g/

m
l

SB
O

P 5

m

g/

m

l

R
el

a
ti

v
e
 R

O
S

 l
ev

e
ls

T-BHP - 48h

**** ***
*

*
**

0

50

100

150

200

250

300

N
T

T-B
H

P

C
TR

 0
.5

m
g/

m
l

C
TR

 5
m

g/
m

l

SB
 0

.5
m

g/
m

l

SB
 5

m
g/

m
l

SB
O

R
H

P 0
.5

m
g/

m
l

SB
O

R
H

P 5
m

g/
m

l

SB
O

R
LP 0

.5
m

g/
m

l

SB
O

R
LP 5

m
g/

m
l

SB
O

P 0
.5

m
g/

m
l

SB
O

P 5
m

g/
m

l

R
el

a
ti

v
e 

R
O

S
 l

e
v
e
ls

T-BHP - 72h

**** **** ****
***

****
****

**

Parkin-mutant fibroblasts

N
T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L
N

T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L

N
T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L

N
T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L

N
T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L
N

T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L

N
T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L

T-B
H

P N
T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L

T-B
H

P

N
T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L

T-B
H

P
N

T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L

T-B
H

P

N
T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L

T-B
H

P
N

T

C
TR

 0
.5

 m
g/

m
L

C
TR

 5
 m

g/
m

L

SB
 0

.5
 m

g/
m

L

SB
 5

 m
g/

m
L

SB
O

R
H

P 0
.5

 m
g/

m
L

SB
O

R
H

P 5
 m

g/
m

L

SB
O

R
LP 0

.5
 m

g/
m

L

SB
O

R
LP 5

 m
g/

m
L

SB
O

P 0
.5

 m
g/

m
L

SB
O

P 5
 m

g/
m

L

T-B
H

P

Basal condition – 24 h Basal condition – 24 h

Basal condition – 48 hBasal condition – 48 h

Basal condition – 72 h Basal condition – 72 h T-BHP – 72 h T-BHP – 72 h

T-BHP – 48 hT-BHP – 48 h

T-BHP – 24 h T-BHP – 24 h

Figure 8. ROS detection performed on the control and parkin-mutant fibroblasts. Cells were treated for
24 h, 48 h, and 72 h with different samples of red onions at two different concentrations, and the ROS
levels were measured by the DCF assay in the basal condition (A) and after exposure to the exogenous
inducer of oxidative stress, T-BHP (B). Data were the means ± SEM from at least 3 independent
experiments under each condition and were expressed as a percentage of vehicle-treated cells (dotted
line) (A) or tert-Butyl hydroperoxide-treated cells (T-BHP) (red line) (B). Statistical analyses were
performed using one-way analysis of variance, and mean comparisons were made using Fisher’s
LSD test. * p < 0.05, ** p < 0.01, *** p < 0.001, and **** p < 0.0001.

Next, the effects of red onion samples on the ROS levels under TBHP-induced oxidative
stress conditions were assessed (Figure 8B). In this condition, the behavior observed in the
control and parkin-mutant fibroblasts was substantially different, mainly the long incubation
time. A significant decrease was observed in the control cells at 24 h of incubation with
all the treated onion samples, albeit at different concentrations, as compared with the
‘CTR’. In parkin-mutant fibroblasts in the same conditions, a reduction of TBHP-induced
oxidative stress was observed at higher concentrations of the ‘CTR’ and in the presence
of ‘SB’, ‘SBOR HP’ and ‘SBOR LP’ samples. At 48 and 72 h of incubation, no effect of red
onion treatment on TBHP-induced oxidative stress was observed in the control cells, except
for the reduction of the ROS level in the presence of a high concentration of ‘CTR’ over
long time of incubation, whereas a reduction at 48 h of incubation was observed in parkin-
mutant fibroblasts in the presence of a different concentration of ‘CTR’, ‘SB’ and ‘SBOR HP’
samples, as well as at 72 h with low and high concentrations of ‘SBOR LP’. Furthermore, in
the control cells, an increase in the ROS level with respect to TBHP-induced oxidative stress
was observed with 0.5 mg/mL of ‘SB’ and with low and high concentrations of ‘SBOR HP’,
highlighting a possible toxic effect, as already shown by the decrease in cellular viability
in this condition. The scavenger effect observed in parkin-mutant fibroblasts and in basal
and TBHP-induced oxidative stress conditions pointed out an effective protective role of
red onion samples fertilized with sulphur bentonite containing orange, particularly at low
concentrations with respect to the ‘CTR’ sample.

3. Materials and Methods
3.1. Chemicals

Metaphosphoric acid, 2,2-diphenyl-1-picrylhydrazyl (DPPH),NaOH, nitroblue tetrazolium,
dichlorophenol-indophenol (DCPID),2,2′-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) di-
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ammoniumsalt (ABTS•+), 6-hydroxy-2,5,7,8-tetramethylchromane-2-carboxyl acid
(Trolox), phenazine methosulphate, ethanol, gallic acid, ethylenediaminetetraaceticacid (EDTA),
ferrozine, 2,4,6-tris(2-piridil)-s-triazina(TPTZ) and iron sulphate heptahydrate were purchased
from Sigma Chemical Co. (St. Louis, MO, USA). Acetonitrile and acetic acid were HPLC-grade
and were purchased from Merck (Darmstadt, Germany). All the phenolic standards were
obtained from Extra Syntheses (Genay, France). Solvents and reagents for carotenoid detection
were purchasedfrom Panreac (Barcelona, Spain). Other chemicals were of analyticalgrade
purchased from Carlo Erba Reagents s.r.l. (Cornaredo, MI, Italy).

3.2. Red Onion Experimental Conditions

The experiment was conducted in triplicate for 3 months in the field (until the bulb is
fully ripe) in alkaline sandy-loam soil with a pH of 8.5. The soils contained 3.09% organic
matter, 0.17% nitrogen, 110 g·kg−1 CaCO3 and 0.334 g·kg−1 SO4. In each parcel, 30 uniform
seedlings of red onion/m squared were transplanted. The soil was divided into parcels
of 10 m squared. In each parcel, 30 uniform seedlings of red onion/m2 were transplanted.
Pads of sulphur bentonite (SB, 90%/10%) or SB with two percentages of orange residue
(SBOR) conventionally called high (with a greater amount of orange residue, SBORHP)
and low (with a lower amount of orange residue, SBORLP) or SBOP with olive pomace
(OP) were used at a concentration of 16 gm−2 (corresponding to 476 kg S ha−1), the dose
generally used to lower the pH and to replenish the S. Sulphur was the major component
of the fertilizers. The industrial process and the formulation of the pads are covered by
an industrial secret drawn up in the agreement signed with Steel Belt System in 2015.
Nonamended soils were used as the control CTR (Table 3). OP was used only at a low
concentration, because previous experiments (data not shown) demonstrated a toxicity
of OP on crops increasing its concentration (preliminary experiments carried out in a
greenhouse, data not shown). SB and SB with OP or OR produced onions with greater bulb
sizes with respect to the control (data not shown).

Table 3. Experimental design.

ID Sample Description

CTR Control unfertilized soil

SB Onion grown with sulphur bentonite

SBOR HP Onion grown with sulphur bentonite-high percentage of orange residue

SBOR LP Onion grown with sulphur bentonite-low percentage of orange residue

SBOP Onion grown with sulphur bentonite and olive pomace

During the experiment, all onion plants were regularly irrigated to maintain 70% of
their field capacity. At harvest time (3 months), onions were collected and stored at −20 ◦C
for chemical and biological determinations.

3.3. Extraction and Determination of Total Anthocyanins

The assessment of the total anthocyanin content was carried out by the pH differential
method according to the Official Methods of Analysis of AOAC International, as previ-
ously described by Muscolo et al. [17]. Absorbance was measured using a 1800 UV-Vis
Spectrophotometer (Shimadzu, Kyoto, Japan) at 510 and 700 nm in buffers at pH 1.0 and
4.5. Values were expressed as mg cyanidin-3-glucoside equivalent g−1 dry weight (DW)
using 26,900 as the molar extinction coefficient.

3.4. Ethanolic Extracts

Five hundred milligrams of frozen onion samples were weighed and extracted at
room temperature under continuous stirring for 1.5 h with ethanol (15 mL), as described
in Muscolo et al. [17]. The samples were centrifuged at 2365× g for 15 min, and the
supernatants were filtered dried and resuspended in 3 mL of ethanol.
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3.5. Determination of Total Phenolic Compounds and Total Flavonoids

The Folin–Ciocalteu assay was used for evaluating the total phenol content as reported
in Muscolo et al. [17]. The absorbance of the samples was recorded at 760 nm. A calibration
curve was constructed with gallic acid, and the results were expressed as the gallic acid
equivalent (GAE) in mg·g−1 DW.

The total flavonoid was detected according to the spectrophotometric method, as re-
ported in Muscolo et al. [17]. One milliliter of extract was mixed with 1 mL of 20 g L−1 AlCl3
methanolic solution. After incubation at room temperature for 15 min, the absorbance was
measured at 430 nm. The flavonoid content was calculated from a calibration curve of rutin
and expressed as mg rutin g−1 DW.

3.6. Determination of Antioxidant Activities

The antioxidant activity against the DPPH (2,2-diphenyl-1-picryl-hydrazyl-hydrate)
radical was determined according to [49]. The DPPH concentration in the cuvette was
chosen to give absorbance values of ≈1.0. The reaction mixtures were composed of 10 µL
of each extract, 700 µL of DPPH, and ethanol up to a final volume of 1 mL. A blank without
ethanol extract was prepared for each sample. The change in absorbance of the violet
solution was recorded at 517 nm after 30 min of incubation at 37 ◦C. The inhibition I (%)
of radical scavenging activity was calculated as I (%) = [(A0 − AS)/A0] × 100, where A0
is the absorbance of the control, and AS is the absorbance of the sample after 30 min of
incubation. The results were expressed as Trolox equivalents (TE).

The ABTS (2,2′-Azino-bis(3-ethylbenzothiazoline-6-sulfonic acid) assay was performed
according to [50]. Solutions of 7 mmol L−1 ABTS+ (final concentration) and 2.45 mmol L−1

ammonium persulfate (final concentration) in phosphate-buffered saline (PBS) were mixed
and kept in the dark at room temperature for 12–16 h. Before use, the absorbance of the
ABTS+ solution was fixed at 0.70 ± 0.02 at 734 nm. Aliquots of ethanol extract (25, 50 and
100 µL) were added to 0.5 mL of ABTS+ solution and brought to a final volume of 600 µL
with PBS. After 6 min of incubation in the dark at room temperature, the absorbance of the
samples was recorded at 734 nm using a UV-Visible spectrophotometer. The inhibition I
(%) of radical scavenging activity was calculated as I (%) = [(A0 − AS)/A0] × 100, where
A0 is the absorbance of the control, and AS is the absorbance of the sample after 4 min of
incubation. The results were expressed as µmol·L−1 TE using a Trolox (1–50 µmol·L−1)
calibration curve.

The oxygen radical absorbance capacity (ORAC) assay was performed according
to [50]. A 20-µL aliquot of extract was added to 120 µL of fresh fluorescein solution
(117 nmol L−1). After a preincubation time of 15 min at 37 ◦C, 60 µL of freshly prepared
AAPH solution (40 mmol L−1) was added. Fluorescence was recorded every 30 s for
90 min (λex 485 nm, λem 520 nm). A blank using 20 µL of methanol instead of the sample
was also analyzed. ORAC values were expressed as µmol TE mg−1 FW using a Trolox
(10–100 µmol L−1) calibration curve.

3.7. HPLC and Gas Chromatography/Mass Spectrometry (GC/MS) Analysis of Volatile Organic
Compounds

Frozen onion samples (1 g) were incubated overnight in absolute methanol at 4 ◦C.
Then, the methanol was separated from the pieces of onion and collected in a balloon.
The onion pieces were homogenized with absolute methanol (10 mL) in a mortar and
stirred 30 min at room temperature (25 ◦C). Samples were then centrifuged, and each
supernatant was mixed with the other methanol. The precipitates were resuspended
in methanol (10 mL), and the above operations were repeated twice. The methanolic
phases were combined, reduced to a volume of 10 mL in a rotary evaporator, and stored
at −18 ◦C until use. Methanolic extracts (1 mL) were diluted with dimethylformamide
(1 mL) and filtered through an Iso-Disk P-34, 3 mm in diameter poly(tetrafluoroethylene)
(PTFE) membrane, and 0.45 µm pore size supplied by Supelco. Diode array detection
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(DAD)-HPLC (Shimadzu, Kyoto, Japan) separation of onion flavonoids was performed
according to the method described by [49].

Reverse phase-diode array detector-high-performance liquid chromatography (RP-
DAD-HPLC) analyses of the samples were carried out with a Shimadzu system (Kyoto,
Japan) consisting of a LC-10AD pump system, a vacuum degasser, a quaternary solvent
mixing, a SPD-M10 diode array detector, and a Rheodyne 7725i injector (Merck KGaA,
Darmstadt, Germany). Separation of each compound was done on a 250 × 4.6 mm i.d.,
5-µm Discovery C18 column, supplied by Supelco Park (Bellefonte, PA, USA) equipped
with a 4.0 × 20-mm guard column. The column was placed in a column oven set at
25 ◦C. The injection loop was 20 µL, and the flow rate was 1.0 mL/min. The mobile
phase consisted of a linear gradient of solvent A (acetonitrile) in 2% acidified water (acetic
acid:H2O, 2:98) as follows: 0–80% (0–55 min), 90% (55–70 min), 95% (70–80 min), 100%
(80–90 min), and 0% (90–110 min). UV-Vis spectra were measured between 200 and 600 nm
and simultaneous detection using a diode array at 278 and 325 nm. Compounds were
identified using their retention time and UV spectra through comparisons with purified
standards (Sigma Chemical Co., St. Louis, MO, USA). Anthocyanins were extracted from
frozen onion tissues (0.5 g) homogenized in a mortar with 10 mL of methanol containing
1 mL L−1 HCl at room temperature for 2 h. The extracts were filtered through an Iso-Disk
P-34, 3 mm in diameter PTFE membrane of 0.45-µm pore size (Supelco), and utilized for
HPLC analysis. HPLC separation was carried out using a Spherisorb S5 ODS2, Merck
KGaA, Darmstadt, Germany (250 mm × 4.6 mm i.d., 5 µm), as described by [51]. To detect
S-methyl-L-cysteine sulfoxide (SMCSO), small pieces of frozen red onion (250 mg) were
homogenized with 5 mL of distilled water and filtered through filter paper. SMCSO was
quantified by HPLC after derivatization with o-phthalaldehyde, as reported in [52].

A red onion volatile organic compound (VOC) analysis was performed using a Thermo
Fisher gas chromatograph (TRACE 1310, Thermo Fisher Scientific, Waltham, MA, USA)
equipped with a single-quadrupole mass spectrometer (ISQ LT, Thermo Fisher Scientific,
Waltham, MA, USA), as reported in [17].

3.8. Red Onion Sample Preparation for Cell Culture Treatments

The lyophilized onion samples were dissolved in high-glucose Dulbecco’s modified
Eagle’s medium (DMEM) supplemented with 10% (v/v) fetal bovine serum (FBS), 1% (v/v)
L-glutamine, and 1% (v/v) penicillin/streptomycin and incubated for 1 h at 37 ◦C. After
this time, samples were centrifuged at 2600× g for 15 min, and the supernatant was filtered
and sterilized through a 0.22-µm membrane filter. The final concentration of the stock
solution was 10 mg/mL in DMEM. The onion extract (OE) concentrations tested for the
cell culture treatments were: 0.5, 1, 2, 5 and 10 mg/mL.

3.9. Cells and Culture Conditions

The H9c2 cell line, derived from embryonic rat hearts (ATCC; Manassas, VA, USA),
and primary fibroblasts from a patient affected by early-onset Parkinson’s disease (PD) and
from one healthy subject, obtained by explants from a skin punch biopsy after informed
consent [40,41], were grown in high-glucose Dulbecco’s modified Eagle’s medium (DMEM)
supplemented with 10% (v/v) fetal bovine serum (FBS), 1% (v/v) L-glutamine, and 1% (v/v)
penicillin/streptomycin at 37 ◦C in a humidified atmosphere of 5% CO2. For the treatment
conditions, cells were seeded in 96-well plates and grown for 24 h. After that, the media
was removed, and the cells were cultured at 37 ◦C in culture plates for 24, 48, and 72 h in
fresh media containing different concentrations of red onion samples.

3.10. Cell Viability

Cell viability was assessed by the 3-(4,5-dimethylthiazol-2-yl)2,5-diphenyltetrazolium
(MTT) assay after 24, 48 and 72 h of exposure of the cells and seeded in 96-well plates to
the different concentrations of red onion samples. After the incubation, 150 µL DMEM
and 15 µL of MTT (5 mg/mL) were added to each well. The plates were incubated for
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3 h at 37 ◦C. The media was removed, and formazan crystals were dissolved in 150 µL of
isopropanol with gentle shaking. The absorbance was measured at 570 nm by the Victor
2030 multilabel reader (PerkinElmer, Waltham, MA, USA).

3.11. Determination of Reactive Oxygen Species (ROS)

The H2O2 levels were determined by the cell permeant probe 2′-7′-dichlorodihydroflu-
orescin diacetate (H2DCFDA). Briefly, after 24, 48 and 72 h of exposure to specific red
onion sample concentrations (0, 0.5, 1 and 5 mg/mL), based on the results of the cell
viability assay, the media were changed and oxidative stress was induced by 50 µM tert-
butyl hydroperoxide (T-BHP) treatment (Sigma-Aldrich, B2633, St. Louis, MO, USA), as
described in [53,54]. After 45 min of treatment, the cells were incubated in the dark, at 37 ◦C
for 20 min with 10 µM H2DCFDA. After that, the cells were washed and resuspended in
150 µL of PBS, and the H2O2-dependent oxidation of the fluorescent probe was measured by
the Victor 2030 multilabel reader (PerkinElmer, Waltham, MA, USA) (at 507-nm excitation
and 530-nm emission wavelength).

3.12. Statistical Analysis

Analysis of variance was carried out for all the data sets. One-way ANOVA with
Tukey’s honestly significant difference test was carried out to analyze the effects of fertilizers
on each of the various parameters measured. The ANOVA and t-test were carried out using
SPSS software (IBM Corp. 2012). The effects were significant at p ≤ 0.05.

Raw data from MTT assays and ROS determinations were first analyzed in Microsoft
Excel Spreadsheet software to calculate the relative proliferation and ROS levels ratios,
respectively. Then, log-transformed data were imported to GraphPad Prism to apply
statistical tests. The Welch and Brown–Forsythe versions of one-way ANOVA were used
to compare samples treated with different red onions at different concentrations, while
each comparison was evaluated by applying an unpaired t-test with Welch’s correction.
Statistical significance was set at p < 0.05.

4. Conclusions

These intriguing results may be explained by the different bioactive compounds identified
in each fertilized red onion. SBOR onion, which showed the best positive effects on the cell
culture treatment, contained the highest amount of total phenols, single phenolic acids,
kaempferol, anthocyanidins, S-methyl cysteine sulfoxide, and volatile compounds correlated
to a better in vitro antioxidant capacity as determined by the DPPH, ABTS and ORAC assays.
The correlation data evidenced a diversity of action, at the metabolic level, of the different
classes of secondary metabolites and mostly of the single compounds belonging to the different
classes, evidencing that the chemical structure of a biocompound can determines its reactivity
versus free radicals and other ROS, influencing the antioxidant activity.

Considering the data of the relative cellular vitality, the positive effects could be due
to the total phenols and, in particular, to the great presence of specific phenolic acids such
as chlorogenic and p-coumaric and, also, to the flavanol kaempferol, which were more
correlated with ORAC and more present in red onions treated with SBOR(LP) than in the
other fertilized red onions. In addition to their great ability as scavengers, free phenolic
acids, unlike flavonoids, have a high bioavailability and good water solubility [55] and can
be absorbed in the stomach, contrary to flavonoids that cannot be absorbed, and only their
small quantity can be transported passively through the intestinal wall into the blood [56].

Our study describes, for the first time, the antioxidant effect of the bioactive phenolic
fraction from red onion bulbs fertilized with sulphur-bentonite enriched with orange
residue or olive pomace on rat cardiomyocytes and primary human fibroblasts. This work is
a pilot study that highlighted significant and useful data of how sustainable fertilization can
lead to the improvement of the quality of red onions that can be used to develop functional
foods or nutraceuticals for the prevention and management of numerous diseases.
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From this manuscript emerges how the use of sulphur-bentonite-based fertilizers can
represent a tool to increase, also in other species, phytochemicals with beneficial effects on
human health and how the antioxidant activity/capacity of functional foods is important
in preventing and treating numerous diseases. The phytochemicals enhance the medical
and economic values of crops with important consequences on the bio and green economy,
creating new opportunities for business.

Further investigations are in progress to test the effects on the H9c2 rat cardiomyoblast
cell line and primary human dermal fibroblasts, in terms of viability and oxygen radical
homeostasis mammalian cells, of each single compound identified in the extracts, with the
aim to verify if the positive effects are due to a single specific compound or to a synergic or
additive effect of more compounds.
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