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Abstract: Wild edible plants have been used in cooking since ancient times. Recently, their value has
improved as a result of the scientific evidence for their nutraceutical properties. Sanguisorba minor
Scop. (salad burnet) plants were hydroponically grown and two consecutive cuts took place at 15 (C1)
and 30 (C2) days after sowing. An untargeted metabolomics approach was utilized to fingerprint
phenolics and other health-related compounds in this species; this approach revealed the different
effects of the two cuts on the plant. S. minor showed a different and complex secondary metabolite
profile, which was influenced by the cut. In fact, flavonoids increased in leaves obtained from C2,
especially flavones. However, other secondary metabolites were downregulated in leaves from C2
compared to those detected in leaves from C1, as evidenced by the combination of the variable
important in projections (VIP score > 1.3) and the fold-change (FC > 2). The storage of S. minor leaves
for 15 days as fresh-cut products did not induce significant changes in the phenolic content and
antioxidant capacity, which indicates that the nutraceutical value was maintained. The only difference
evidenced during storage was that leaves obtained from C2 showed a lower constitutive content of
nutraceutical compounds than leaves obtained from C1; except for chlorophylls and carotenoids.
In conclusion, the cut was the main influence on the modulation of secondary metabolites in leaves,
and the effects were independent of storage.
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1. Introduction

Since ancient times, many wild edible plants have been used in cooking. Recently, their value
has improved thanks to their proven nutraceutical properties [1-3]. In fact, some researchers have
recognized wild edible plants as functional foods and as a new source of bioactive compounds that are
beneficial to human health for their anti-inflammatory, antimicrobic, anticarcinogenic, cytotoxic and
antiproliferative properties [4-9]. For example, a number of wild plants have been used in the diet
including the stems and leaves of Sanguisorba minor, the fruit of Rosa canina, bellota acorns of Quercus
ilex [5], leaves of Umbelicus rupestris (Salisb.) Dandy [10] and wild edible flowers [11].

Salad burnet (S. minor Scop.) is a wild edible species traditionally known for its edibility, and use
in folk medicine, nowadays, it is also recognized for its potential as a nutraceutical species [12].
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This wild edible species is a perennial herb of the Rosaceae family distributed in the Sinai Peninsula,
Egypt, as well as in temperate areas in Europe. It has been used in traditional medicine because of
its hypoglycemic activity, which is caused by triterpenes (23-hydroxytormentic acid ester glucoside
and 23-hydroxytormentic acid) [13,14]. This species is also able to inhibit the inflammatory processes
in which radical oxygen species are over-produced, such as the inflammatory processes associated
with Alzheimer’s disease, because of the inhibition of the glycogen synthase kinase 33, which plays an
important role in Alzheimer’s disease [15,16].

The medicinal and functional properties of this species are linked to its high antioxidant activity
and the high content of bioactive compounds. In fact, Ranfa et al. [17] showed that this species had
the highest total polyphenolic content (258 mg 100 g~!) compared to other commonly utilized wild
edible plants. Vanzani et al. [18] also confirmed a very high amount of polyphenols in salad burnet.
Furthermore, high levels of a-tocopherol (85 mg kg™ dry matter) and B-carotene (30 mg kg™! dry
matter) have been found in this species [19].

Many other bioactive compounds, such as aliphatic hydrocarbons, sesquiterpenes, farnesyl acetate,
nonadecane, 3-carotene, vitamin E, vitamin C and phenols sensu lato has been isolated from this species,
and research is ongoing [12-14]. In addition, many compounds with antioxidant activity such as
1-O-B-galloyl-glucose, 2,3-hexahydroxydiphenoyl-(«/p)-glucose, gallic acid, 1-galloyl-2,3-
hexahydroxy-diphenoyl-a-glucose and its [-isomer, quercetin-3-O-3-(6"-galloylgalactoside,
kaempferol, quercetin, ellagic acid, 4,8-dimethoxy-7-hydroxy-2-oxo-2H-1-benzopyran-5,6-dicarboxylic
acid, and 2-(4-carboxy-3-methoxystyryl)-2-methoxysuccinic acid have been isolated from salad
burnet [13].

According to traditional recipes, the leaves of the young plants of salad burnet can be used
in mixed salads [12]. In our society, the use of this species as fresh-cut produce is interesting
since minimally processed vegetables are one of the top ten fastest growing consumed foods in the
world [20]. The introduction of a new leafy species with demonstrated nutraceutical properties as
fresh-cut produce will help to increase the availability of different foods in the Mediterranean diet.
Furthermore, several studies on the effect of storage of some species that are widely used as fresh-cut
produce have shown that the polyphenolic content and antioxidant activity are not affected [21,22].

Therefore, a deep metabolomic characterization of this promising leafy species is necessary in
order to unveil new, potentially interesting compounds that improve human health. In addition,
an evaluation of the main nutraceutical metabolite classes upon storage could help consumers and
producers to understand the potential of this species to be merchandised as “new” fresh-cut produce.

In a preliminary experiment, it was observed that salad burnet was a wild edible species with high
adaptability, which allows it to be cultivated in hydroponics systems [3]. In this report, we investigated
firstly, the metabolomic characterization of salad burnet leaves from two consecutive cuts, which was
then analyzed in order to find new compounds for this species that have never been reported in the
literature; and secondly, we evaluated the effect of storage, thus the pattern of the main nutraceutical
compounds (e.g., phenols, chlorophylls, carotenoids and ascorbic acid) was monitored during the
storage of the fresh-cut salad burnet leaves derived from both of the cuts.

2. Materials and Methods

2.1. Plant Materials and Growth Conditions

Seedlings of salad burnet were cultivated in a floating system at the University of Pisa in a
greenhouse during the period from 15 June to 17 July 2018. The growing conditions were: 31 °C
average temperature, 50.9% humidity and 128.1 W m~2 light intensity. The plants were grown in a
nutritive solution composed of: NO3;~ 10 mM, NH;* 0.5 mM, PO,%~ 1 mM, K* 6 mM, Ca?* 4 mM,
Mg?* 2 mM, Na*t 0.5 mM, SO4%~ 3.5 mM, CI~ 0.5 mM, HCO3~ 0.5 mM, Fe?* 40 uM, BO3~ 25 uM, Cu?*
1 uM, Zn?* 5 uM, Mn?* 10 uM, Mo 1 uM. Electrical conductivity was 1.98 dS m~!; pH was adjusted
to 5.7-6.0 with diluted sulphuric acid. The nutrient solution was continuously aerated. The plants
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were grown for 15 days after sowing and when plants had approximately 20 leaves, leaves over 5 cm
were cut off at the base (C1). The same plants re-grew and after a further 15 days (30 days after
sowing), leaves over 5 cm were cut off at the base (C2). After both cuts, leaves were sampled for
metabolomics analyses.

A portion of the leaves from both of the cuts were also processed as fresh-cut produce and stored
at 4 °C in dark conditions in polyethylene tetraphtalate (PET) boxes (150 cm?, Comital Cofresco, Italy).
Each box contained approximately 15 g. After being stored, the fresh-cut products were sampled
(after 1,2, 3, 6,9, 13 and 15 days) to analyze their phenol, flavonoid and ascorbic acid content and the
antioxidant activity.

2.2. Extraction and Untargeted Metabolomics-Based Profiling of Fresh Plant Material Obtained from Two
Consecutive Cuts

Samples of the leaves derived from the two cuts were utilized for the extraction of secondary
metabolites through a homogenizer-assisted extraction (Ultra-turrax; Ika T25, Staufen, Germany),
according to Borgognone et al. [23]. A total of 1 g of leaves were homogenized in 10 mL of 80%
methanol solution (v/v) acidified with 0.1% formic acid. The extracts were centrifuged at 6000 g for
15 min at 4 °C. The resulting solutions were filtered using 0.22 um cellulose syringe filters in dark vials
and stored at —18 °C until analysis.

Each sample was analyzed in triplicate by ultra-high-pressure liquid chromatography (UHPLC)
coupled with quadrupole-time-of-flight (QTOF) mass spectrometry (Agilent Technologies, Santa Clara,
CA, USA). The experimental conditions for the screening of secondary metabolites in different plant
matrices were optimized in previous work [24]. Briefly, the mass spectrometer was set to operate
in SCAN mode, acquiring positive ions from a JetStream electrospray source (ESI +) in the range of
100-1200 m/z. The chromatographic separation was achieved in the reverse phase mode using an
Agilent Zorbax Eclipse Plus C18 column (100 x 2.1 mm, 1.8 um) and a mixture of water (phase A) and
acetonitrile (phase B) as the mobile phase (both liquid chromatography-mass spectrometry grade).
Besides, formic acid 0.1% (v/v) (Sigma-Aldrich, Milan, Italy) was added to both phases. The gradient
went from 6% acetonitrile to 94% acetonitrile within 35 min, the flow rate was 0.22 mL min~! and the
injection volume was 6 pL.

Raw data were then processed using the software Agilent Profinder B.07 and the “find-by-formula”
algorithm, thus combining monoisotopic accurate mass and isotopic profile [25]. A custom database
containing both phenolics (as reported in Phenol-Explorer 3.6; phenol-explorer.eu/) and sesquiterpene
lactones was built and used as a reference for annotation, adopting a 5-ppm tolerance for mass
accuracy. Some other compounds, which were reported as characteristic in the plant species targeted,
were also mined in our raw data using the above-mentioned approach (Supplementary Materials).
The annotation of secondary metabolites was carried out according to a LEVEL 2 of accuracy, as set out
by the Metabolomics Standard Initiative [26].

Following annotation, the phenolic compounds were ascribed to different classes (according to
Phenol-Explorer) and quantified using methanolic standard solutions prepared from an individual
reference compound per each class, as previously reported [27].

These analyses were effectuated in fresh material after the first and second cut of the plants to
characterize the profile of secondary metabolites in the salad burnet.

2.3. Samples Preparation for Phytochemical Analysis of Stored Material

Leaves were taken during storage (after 1, 2, 3, 6, 9, 13 and 15 days), homogenized and frozen in
liquid nitrogen, and stored at —80 °C for biochemical analyses.

2.4. Pigment Analysis

Spectrophotometric analysis of pigments was performed by an Ultrospec 2100 Pro
spectrophotometer (GE Healthcare Ltd., Little Chalfont, England) following the method described by
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Porra et al. [28], with minor modifications. Fresh samples (0.3 g) were extracted in 20 mL of acetone 80%
and agitated in the dark at 4 °C for 3 days. The chlorophyll and carotenoid content were determined
by the increase in absorbance at 663 nm for chlorophyll a, 648 nm for chlorophyll b and 470 nm for
carotenoids against a blank solution of acetone 80%. Total chlorophylls and carotenoids were expressed
asmg g~! fresh weight (FW).

2.5. Phenol and Flavonoid Extraction

Samples (about 1 g FW) were homogenized with 4 mL of methanol solution 80% (v/v) by a sonicator
(Digital ultrasonic Cleaner, DU-45, Argo-Lab, Modena, Italy) for 30 min, keeping the temperature in the
range of 0-4 °C. Samples were centrifuged through a centrifuge (MPW-260R, MWP Med. Instruments,
Warsaw, Poland) at 10,000 g for 15 min at 4 °C and supernatants were collected and centrifuged again
in a 2 mL Eppendorf tube for 3 min at 7000 g. Extracts were stored at —80 °C before analysis.

2.6. Total Phenolic Determination

Total phenolic content was measured according to the procedure described by Dewanto et al. [29]
with minor modifications. Briefly, 10 uL extract samples were mixed with 125 uL Folin-Ciocalteu
reagent and 115 pL distilled water and allowed to react for 6 min. Then, 1.25 mL of Na,CO3 7% (w/v)
were added and samples were incubated for 90 min in the dark at room temperature. The increase
in absorbance at 760 nm was measured against a blank solution (without sample). The results were
expressed as mg gallic acid equivalents per g FW (mg GAE g~! FW).

2.7. Flavonoid Determination

Total flavonoid content was determined according to Du et al. [30] with minor modifications. In a
2 mL Eppendorf tube, 100 pL sample extracts were added to 400 pL distilled water and 30 uL. NaNO,
5% (w/fv). After 6 min at room temperature, 30 uL AlCl3-6H,0O 0.3 M and 30 pL distilled water were
added to the mixture. After 6 min at room temperature, 400 L. NaOH 4% (w/v) and 40 pL distilled
water were added to the extract. The increase in absorbance at 515 nm was measured against a blank
solution (which contained all the reagents without extract). Total flavonoid content was expressed as
mg catechin equivalents per g FW (mg CAE g~! FW).

2.8. In Vitro Antioxidant Activity Analysis

In vitro antioxidant activity was determined on the same extract that was utilized for phenol
and flavonoid analyses by using the 2,2-diphenyl-1-picrylhydrazyl (DPPH) free radical scavenging
assay, as described by Brand-Williams et al. [31] with minor modifications. Sample extracts of 10 uL
were added to 990 uL of DPPH solution 3.12 x 10™®> M and incubated in the dark for 30 min at
room temperature. The decrease in absorbance at 515 nm was measured against a blank solution
(without extract). The results were expressed as mg Trolox equivalent antioxidant capacity per g FW
(mg TEAC g~! FW).

2.9. Ascorbic Acid Extraction

Fresh leaves (about 0.3 g FW) were homogenized with 6% (w/v) trichloric acetic acid (TCA).
After sample centrifugation (10,000 g for 10 min at 4 °C), the supernatant was collected in 2 mL
Eppendorf tubes.

2.10. Total Ascorbic Acid Analysis

Total ascorbic acid (ASA) was determined spectrophotometrically as described by Kampfenkel
et al. [32]. Briefly, 50 uL of extract was incubated at 42 °C for 15 min with 50 uL dithiothreitol (DTT)
10 mM and with 100 pL Na-P buffer 0.2 M (pH 7.4). After 15 min, 50 uL N-ethylmaleimide (NEM) 0.5%
(w/v) was added and samples were stirred for 1 min. TCA (250 uL; 6% (w/v)), 200 uL H3PO4 42% (w/v),
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200 puL 2,2-dipyridil 4% (w/v) (diluted in ethanol 70% (v/v)) and 100 pL FeCls 3% (w/v) were added to
the samples and incubated at 42 °C for 40 min. The increase in absorbance at 525 nm was measured
against a blank solution (without sample). Ascorbic acid was expressed as mg ascorbic acid on g FW
(mg ASA g~! FW).

2.11. Statistical Analysis

Data are the mean + standard deviation (SD) of 3 replicates in each assay. Biochemical data
were analyzed by two-way analysis of variance (ANOVA) using storage and cut as sources of
variation; the means were separated by Fisher’s least significant difference (LSD) post-hoc test (p = 0.05).
All statistical analyses were conducted using GraphPad (GraphPad, La Jolla, CA, USA) or the statistical
software PASW Statistics 25.0 (SPSS Inc., Chicago, IL, USA).

Metabolomics data were elaborated using the software Agilent Mass Profiler Professional B.12.06,
as previously reported [27]. Compounds were filtered by abundance (only those compounds
with an area > 5000 counts were considered), normalized at the 75th percentile and baselined
to their corresponding median. Post-acquisition processing also included filtering by frequency,
and retaining those compounds identified within 100% of replications in at least one treatment.
Unsupervised hierarchical cluster analysis (HCA) was then carried out using the Euclidean similarity
measure and Wards as the linkage rule. Thereafter, the metabolomic dataset was exported into
SIMCA 13 (Umetrics, Malmo, Sweden), Pareto scaled and elaborated for supervised orthogonal partial
least squares discriminant analysis (OPLS-DA). The presence of outliers was excluded according
to Hotelling’s T2, while cross-validation of the model was done using analysis of variance of the
cross-validated residuals (CV-ANOVA) (p < 0.01) and permutation testing (N = 100). For each
OPLS-DA built, the model parameters (goodness-of-fit (R%Y) and goodness-of-prediction (Q%Y)) were
also inspected. Moreover, the variables importance in projection (VIP) compounds selection approach
was applied (VIP > 1.3) and combined with a fold-change analysis (FC > 2) in order to evaluate those
secondary metabolites significantly affected by cut.

3. Results and Discussion

3.1. UHPLC-QTOF Mass Spectrometry Untargeted Profiling and Effect of the Two Cuts

The secondary metabolites profile in leaves from both cuts of the salad burnet was investigated
by using untargeted metabolomics (UHPLC-QTOF mass spectrometry) to depict the changes in the
main secondary metabolites induced by the cuts. Overall, the untargeted approach allowed us
to putatively identify 467 compounds in the leaves of S. minor. A list of the identified secondary
metabolites is reported in the Supplementary Materials, together with the composite mass spectra
(Table S1). The analyses confirmed the richness in polyphenols in this species as observed in previous
research [17,18]. Annotated polyphenols were then ascribed to distinct phenolic classes, and then the
changes between the two cuts were investigated (Table 52).

The content of all flavonoid sub-classes increased in the leaves from C2 and flavones was the
sub-class with the highest increase (FC value = 1.4). Among flavones, apigenin, baicalein and
7,3’ 4’-trihydroxyflavone were the most representative. Apigenin is abundant in common fruits such
as grapefruit and orange, and vegetables such as onion and parsley [33]. The biological activity
of this flavone in numerous mammalian systems is related to its antioxidant effects and its role in
free radicals scavenging. However, it also shows anti-mutagenic, anti-inflammatory, antiviral and
purgative effects [34]. The most important effect of this flavone is related to cancer prevention, because it
induces apoptosis in human cancer cells and has an anti-proliferative effect on human cancer cells [33].
Apigenin has also demonstrated other positive features for human health, such as the reduction of
plasma levels of low-density lipoproteins and the inhibition of platelet aggregation, thus, its presence
in the diet could be very important [33-35]. Other studies have shown that baicalein can mitigate cell
proliferation and diminish the production of collagen; also, it possesses multiple effective properties for
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the treatment of different diseases including cancer and injuries [36-39]. Lastly, 7,4’-dihydroxyflavone,
also named 5-deoxyluteolin, has shown impressive antimycobacterial activity and its anti-inflammatory
activity is under evaluation [40]. The comparison of C1 versus C2 leaves showed an increase in
anthocyanins and flavones, although with moderate FC values.

No significant variations were observed for the other phenolic classes, as reported in the
Supplementary Materials (Table S2).

Subsequently, both unsupervised and supervised multivariate statistical approaches were used to
further investigate the differences in secondary metabolites in relation to the cut. The outputs of the
unsupervised HCA heat map are provided in the Supplementary Materials (Table S3). The HCA heat
maps highlighted the clear modification of the leaf secondary metabolite profiles in relation to the cut.
Therefore, in order to explore these differences, supervised OPLS-DA modeling was used to underline
those metabolites that were responsible of these variations. Interestingly, it was evident that the model
clearly discriminated the two cuts, as shown in Figure 1.
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Figure 1. Orthogonal projection to latent structures (OPLS) discriminant analysis (DA) on secondary
metabolites characterizing Sanguisorba minor at first (C1) and second cut (C2).

The second latent vector of the OPLS-DA score plot was found to discriminate the two
cuts accurately. The model showed high prediction ability, with a Q?Y parameter of 0.69.
Besides, the OPLS-DA model was cross-validated and tested for outliers. Therefore, the variable
selection method (VIP) was used to identify the compounds that were most responsible for the
different leaf secondary metabolite profiles. These compounds with a VIP score higher than 1.3,
are reported in Table 54 together with their LogFC value for the pairwise comparison of leaves from
the second cut versus the first cut. Secondary metabolites possessing a FC value > 2 were selected
for this purpose. A high number of compounds effectively showed the differences between the two
cuts (i.e., 76 secondary metabolites, including mainly flavonoids, phenolic acids and sesquiterpene
lactones) (Table S4). The compounds with the highest LogFC values, when considering the upregulated
category, were the phenolic acid avenanthramide 2p (LogFC = 14.2) followed by a sesquiterpene
lactone (i.e., artemissifolin; LogFC = 13.9). Phenolic acids have been shown to exert powerful biological
activity [41-43]. Among avenanthramides, which are characteristic in oat [41-47], avenanthramide
2p modulates problematic events in 3-catenin mediated transcriptional activation of Wnt target gene
(fundamental for the survival of cells), the c-MYC proto-oncogene, and in this way reduces the
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proliferation of cervical cancer cells in vitro [48]. Concerning artemissifolin, this sesquiterpene is
mainly found in the genus Centaurea [49,50], but its biological activity still needs to be clarified.

Three compounds showed the highest downregulation values when compared to the others,
being 3,4-diferuloylquinic acid (a chlorogenic acid; LogFC = —17.6), epicebellin J (a guaianolide;
LogFC = —13.8) and desacetyl-beta-cyclopyrethrosin (a sesquiterpene lactone; LogFC = -13.2).
The 3,4-diferuloylquinic acid was isolated in the genus Coffea [51] and it is reported that high
amounts of chlorogenic acids can inhibit the proliferation of cancer cells due to their biological activity
in the human colon [52,53]. Epicebellin ] was found in Centaurea glastifolia [54] and its nutraceutical
activity is unknown; conversely, guaianolides can have antitumor, anti-inflammatory, and antibacterial
activities [55]. The last downregulated compound was the desacetyl-3-cyclopyrethrosin, which has
antibacterial activity, especially against Gram-negative bacteria [56].

In conclusion, the metabolomic screening of salad burnet leaves allowed us to identify new organic
compounds that have not previously been reported in this species. In addition, leaves from the second
cut exhibited an overall lower level of the main representative compounds, except for flavonoids and,
in particular, flavones.

3.2. Phytochemical Analyses in Leaves Stored as Fresh-Cut Product

In order to generate knowledge about changes in the main nutraceutical compounds (chlorophylls,
carotenoids, total phenols, flavonoids and ascorbic acid) and the total antioxidant activity of salad
burnet leaves obtained from both the cuts, time-course measurements were carried out during the
storage period (15 days) of the fresh-cut produce.

3.2.1. Pigments

Cut had a strong effect and a significant increase in chlorophyll content was detected in leaves
from the second cut (Figure 2A). At harvest time, the difference in chlorophyll content between C1 and
C2 was 53%, but this difference decreased after cold storage of the fresh-cut produce (29.5% at the end
of the storage). This was attributable to the steep decline in chlorophyll detected in leaves obtained
from C2. In leaves derived from C1, the chlorophyll content during storage was more stable than that
detected in leaves from C2 (Figure 2A). Moreover, the trend in the chlorophyll content of this species
after storage was much higher than that reported in lettuce species, which are widely used as fresh-cut
produce [49]. In fact, the chlorophyll content in lettuce was 0.4, 0.4, and 0.3 mg g~! FW after 0, 7,
and 14 days of storage, respectively; these values are much lower than those recorded in S. minor [57].
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Figure 2. Total chlorophyll and total carotenoid contents of Sanguisorba minor (A,B), respectively)
stored at 4 °C for 15 days as fresh-cut produce. Closed and open symbols represent the first (C1) and
second cut (C2), respectively. Each value is the mean + standard deviation of 3 replicates. Means keyed
with the same letter are not significantly different for p = 0.05 following two-way analysis of variance
(ANOVA) with storage (S) and cut (C) as variability factors. ns: not significant; *: p < 0.05; **: p < 0.01;
**#*: p < 0.001 for each factor and their interaction.
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Similar to chlorophyll, carotenoid content was also higher in leaves derived from C1 than
those from C2, and it was higher than that reported in fresh-cut lettuce species in cold storage [58].
Furthermore, the pattern of the carotenoid content remained unchanged during storage in salad
burnet leaves obtained from C1, whereas a slight increment was observed in C2 leaves during storage
(Figure 2B). However, carotenoid content decreased in lettuce after it was stored for 10 days [58].

3.2.2. Total Phenolic Content (TPC)

At harvest, the phenolic content in salad burnet leaves largely exceeded the TPC measured in
lettuce species [59,60]. In particular, TPC was found to be higher in the leaves from the first cut
(32.4 mg g~! FW) than in the leaves from the second cut (being 22.7 mg g~! FW; p < 0.01). These results
are also in agreement with the cumulative amounts of phenols that were found using the UHPLC-QTOF
semi-quantitative approach (Table S5). During the storage, TPC decreased almost regularly in leaves
from C1, even though the greatest reduction was observed on the first day of storage (Figure 3).
Moreover, TPC in leaves obtained from C2 remained mostly constant during storage (Figure 3).
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Figure 3. Total phenolic content (TPC) of Sanguisorba minor stored at 4 °C for 15 days as fresh-cut
produce. Closed and open symbols represent first (C1) and second cut (C2), respectively. Each value is
the mean =+ standard deviation of 3 replicates. Means keyed with the same letter are not significantly
different for p = 0.05 following two-way analysis of variance (ANOVA) with storage (S) and cut (C) as
variability factors. *: p < 0.05; **: p < 0.01; ***: p < 0.001 for each factor and their interaction. TPC values
were expressed as gallic acid equivalents (GAE) mg g~! FW.

The pattern for the leaves obtained from C2 was close to that found in lettuce, escarole and rocket
salad during their storage as fresh-cut produce, even though the values of TPC were higher in S. minor
than in those leafy vegetables (approximately 0.9, 0.10 and 4.5 ug g~! FW in lettuce, escarole and rocket
salad, respectively) [61]. Therefore, the TPC of S. minor was higher than that found in leafy species that
are widely used as fresh-cut produce [61-63].

3.2.3. Total Flavonoid Content

The flavonoid content in salad burnet leaves was higher in leaves belonging to C1 as compared
to those recorded in leaves from C2 (+76.1%; Figure 4). Storage had a negative impact on C1 leaves.
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In fact, the total flavonoid content strongly decreased after just one day of storage, as total phenol
content, but unlike these last compounds, the flavonoid content declined until the end of the storage
period (Figure 4). Notably, high variability was observed among samples from 1 to 9 days of storage.
Differently, the total flavonoid content in leaves from C1 remained stable during storage (Figure 4).
The total flavonoid content denotes the powerful nutraceutical value of this species, since many leafy
species that are widely used as fresh-cut produce show lower total flavonoid content [64—66]. In fact,
authors have recorded 0.25 mg CAE g~! FW for lettuce Canasta, 0.15 mg CAE g~! FW for chicory
Catalogna, and 0.29 mg CAE g~! FW for chicory Spadona, all lower values than those found for salad
burnet leaves [65].
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Figure 4. Total flavonoid content in Sanguisorba minor stored at 4 °C for 15 days as fresh-cut produce.
Closed and open symbols represent first (C1) and second cut (C2), respectively. Each value is the
mean =+ standard deviation of 3 replicates. Means keyed with the same letter are not significantly
different for p = 0.05 following two-way analysis of variance (ANOVA) with storage (S) and cut (C) as
variability factors. ns: not significant; **: p < 0.01; ***: p < 0.001 for each factor and their interaction.
Total flavonoid content values were expressed as catechin equivalents (CAE) mg g~! FW.

3.2.4. Total Ascorbic Acid (ASA) Content

The leaves from C1 contained higher levels of ASA as compared to those from C2 (Figure 5).
In leaves obtained from C1, ASA content increased significantly until the sixth day of storage when it
reached 3.57 mg g~! FW (Figure 5). Then, a decrease in ASA content was recorded, and at the end of
the storage period, it was similar to the values detected at harvest. Conversely, ASA content in leaves
from C2 had a more constant trend (Figure 5). However, the ASA content of salad burnet leaves is
higher than that found in lettuce species that are widely used as fresh-cut produce [67,68]. In fact,
Barry-Ryan and O’Beirne [67] reported 0.25 mg ASA g~! FW in iceberg lettuce and Bonasia et al. [68]
found 0.15 mg ASA g~! FW in rocket; lower values than those found for salad burnet leaves.
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Figure 5. Total ascorbic acid (ASA) content of Sanguisorba minor stored at 4 °C for 15 days as fresh-cut
produce. Closed and open symbols represent first (C1) and second cut (C2), respectively. Each value is
the mean =+ standard deviation of 3 replicates. Means keyed with the same letter are not significantly
different for p = 0.05 following two-way analysis of variance (ANOVA) with storage (S) and cut (C) as
variability factors. ***: p < 0.001 for each factor and their interaction.

3.2.5. In Vitro Total Antioxidant Activity

In vitro antioxidant activity was higher in leaves from C2 than those from C1, whereas no effects
were recorded in relation to their storage as fresh-cut produce (Figure 6).
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Figure 6. In vitro antioxidant activity of Sanguisorba minor stored at 4 °C for 15 days as fresh-cut
produce. Closed and open symbols represent first (C1) and second cut (C2), respectively. Each value is
the mean (+ SD) of 3 replicates. Means keyed with the same letter are not significantly different for
p = 0.05 following two-way analysis of variance (ANOVA) with storage (S) and cut (C) as variability
factors. ns: not significant; ***: p < 0.001 for each factor and their interaction. The lack of letters denotes
the lack of significance in the interaction of the variability factors. In vitro antioxidant activity values
were expressed as Trolox equivalent antioxidant capacity (TEAC) mg g’l FW.

The in vitro antioxidant capacity in leaves from both of the cuts and during storage was higher
(3.23 mg TEAC g~! FW in C1 leaves at harvest) than the in vitro antioxidant activity reported by other
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authors in leafy species widely used as fresh-cut produce [64,69,70]. Khanam et al. [64] reported values
of in vitro antioxidant capacity determined by DPPH assay that averaged 0.69 mg TEAC g~! FW in
iceberg lettuce, 0.99 in Canasta lettuce, 2.44 in Continental lettuce and 1.01 in escarole. Viacava et al. [69]
reported 0.75 mg TEAC g~! FW in Butterhead lettuce, and Mampbholo et al. [70] reported 0.4 mg TEAC
g~! FW in green lettuce varieties. For this reason, salad burnet leaves show promise as powerful
antioxidant fresh-cut produce.

4. Conclusions

Sanguisorba minor showed a complex secondary metabolite profile that was influenced by the
cut. Flavonoid content increased in leaves obtained from C2, especially the sub-class of flavones,
which is characterized by anti-mutagenic, antioxidant, anti-inflammatory, anti-viral and purgative
effects and is also highly important in cancer prevention [33-39]. Moreover, secondary metabolites
were downregulated in leaves from C2 as compared to those detected in leaves from C1, as evidenced
by the combination of the VIP score (VIP > 1.3) and the fold-change (FC > 2).

During their storage as fresh-cut produce, salad burnet leaves did not show any remarkable
changes in their phenolic profile and antioxidant capacity, a positive result for the maintenance of the
nutraceutical value, especially considering the high levels of these compounds as compared to other
leafy species that are widely used as fresh-cut produce [53,54,59-65]. Also, the content of ascorbic acid,
a pivotal antioxidant compound, strongly increased in the first days (until the third day) of storage
and remained higher than values recorded in leafy species widely used as fresh-cut produce [67,68].
The only differences evidenced during storage were the lower constitutive content (T0) of nutraceutical
compounds in leaves obtained from C2 than in leaves obtained from C1, except for chlorophylls and
carotenoids. In conclusion, the cut was the main influence on the modulation of secondary metabolites
in leaves, independently of the storage.

This work shows that pre- and post-harvest factors can influence the nutraceutical value of
product. The results show that the S. minor wild edible species is rich in bioactive compounds that
are maintained during their storage as fresh-cut produce. The results suggest that this species could
be a valid alternative to other leafy species commonly utilized for salad preparation, and also a
promising species in a world in which food and flavor industries require new food ingredients for food
supplements. Future research is necessary to investigate the possibility of increasing the nutraceutical
content of this species by agronomical factors, for example, by managing the nutrient solution in
hydroponic systems, and how to increase the stability of the nutraceutical values of S. minor between
consecutive cuts.

Supplementary Materials: The following are available online at http://www.mdpi.com/2076-3921/8/12/631/s1,
Table S1: Secondary metabolites and their composite mass spectra, Table S2: Phenolic classes, Table S3: HCA heat
map, Table S4: Comparison C2 versus C1 (VIP score and Log FC values), Table S5: Amount of phenols sub-classes.
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