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Abstract: Ocimum basilicum (basil) leaves are rich in polyphenols, conferring them a high antioxidant
activity. The application of UV-B can be used to maintain the post-harvest nutraceutical quality of
basil leaves. We aimed to investigate the effects of pre-harvest UV-B application on polyphenolic
and pigment contents, antioxidant capacity, and the visual quality of basil stored leaves. We also
evaluated the applicability of the non-invasive Dualex® for monitoring the accumulation of leaf
epidermal phenolics (Flav Index). After exposing plants to white light (control) and to supplemental
UV-B radiation for 4 d, the leaves were harvested and stored for 7d (Ts7). The UV-B leaves showed
both a higher phenolic content and antioxidant capacity than the controls at Tss. In addition, the
correlations between the Flav Index and phenolic content demonstrated that Dualex® can reliably
assess the content of epidermal phenolics, thus confirming its promising utilization as a non-
destructive method for monitoring the phytochemical quality of O. basilicum leaves. In conclusion,
a pre-harvesting UV-B application may be a tool for enhancing the content of polyphenols and the
antioxidant potential of basil stored leaves without detrimental effects on their visual quality. These
results are important considering the nutraceutical value of this plant and its wide commercial
distribution.

Keywords: carotenoids; chlorophyll; DPPH; Dualex® device; HPLC-DAD; hydroxycinnamic acid
derivatives (HCASs); Ocimum basilicum

1. Introduction

As photosynthetic sessile organisms, plants are naturally exposed to harmful UV-B radiation
(280-320 nm) and have developed several morphophysiological and biochemical adaptations for
dealing with their possible damages [1]. Despite the fact that many studies have focused on the effects
of this radiation on plants, the application of UV-B as an elicitor to increase the production of
secondary metabolites is currently growing, especially under controlled conditions [2,3]. Indeed,
many species have shown an increase in secondary metabolites content, mainly in phenolic
compounds, when exposed to UV-B radiation [1,2,4].
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Polyphenols are largely distributed in the plant kingdom and play important roles in growth,
development and protection against several biotic and abiotic stresses. Flavonoids and
phenylpropanoids (hydroxycinnamic acid derivatives—HCAs), in particular, offer protection against
UV-B, acting as both radiation screeners and ROS (reactive oxygen species) scavengers [1,2]. These
compounds are located in the vacuole of epidermal and subepidermal cells, decreasing the UV-B
penetration into the mesophyll [1,5]. Besides this, they are also found in the mesophyll cells, where
they perform an antioxidant function [5].

Polyphenols are also known as human health-promoting compounds thanks to their biological
activities, such as anti-inflammatory, antioxidant, antitumor, and antimicrobial [6]. The content of
these compounds in consumable leafy vegetables improves their nutraceutical value and can be
increased under controlled abiotic stress conditions [7,8]. In this sense, UV-B radiation can be easily
applied during the cultivation and/or the post-harvest process of plant-derived foods to enhance their
quality [4].

Ocimum basilicum L. (cv “Genovese”, a cultivar protected by the European Union with the
Denominazione di Origine Protetta certification), or sweet basil, is a highly valued horticultural crop
that is widely consumed around the world, especially in Mediterranean and South East Asian
countries. The fresh or dried leaves of this species are commonly used as a spice [9,10]. Basil leaves
are rich in essential oils and phenolic compounds (phenolic acids, caffeic acid derivatives, and
flavonoids), contributing to their high antioxidant activity [10-12]. Despite the presence of these
compounds, the quality of basil leaves can decrease during transportation and storage, depending
on environmental conditions such as temperature and air humidity [10,13].

Some studies have reported the effect of UV-B radiation on the phenolic content of basil leaves
[3,11,12]. UV-B radiation applied for long periods in a discontinuous manner has been shown to
increase the total phenol and total flavonoid contents of basil leaves, as well as the production of
some specific compounds (such as cinnamic acid and luteolin) [11,12]. In particular, phenolic
production triggered by UV-B and its composition may vary according to the time of exposure. For
example, Ghasemzadeh et al. (2016) [11] found that while an increase in phenolic acids occurred with
an 8 h of UV-B exposure, higher concentrations of cinnamic acid derivatives were detected when the
plants were irradiated for 6 h.

However, the effect of UV-B radiation exposure on phenolic composition and antioxidant
activity and its relationship with the postharvest quality of basil leaves have not been studied yet. In
addition, to date non-destructive methods to check the phenolic content in response to UV-B
exposure in the leaves of basil have not been applied. In this context, non-destructive techniques,
such as the ones based on the optical properties of flavonols and on chlorophyll fluorescence
(including the Dualex® instrument), could be considered promising commercial and industrial tools
to easily monitor the changes in the epidermal flavonol content of leaves exposed to UV-B [14].

The aim of this study is to evaluate the changes in the phenolic content and composition,
antioxidant capacity, and visual quality of stored leaves by the pre-harvest exposure of O. basilicum
potted plants to supplemental UV-B radiation. We hypothesize that UV-B can be applied during the
cultivation of O. basilicumin order to increase the leaf polyphenolic content and consequently the
antioxidant potential, thus enhancing the postharvest phytochemical and visual quality of the stored
leaves. In addition, this study aims at assessing the applicability of the Dualex®instrument as a non-
destructive tool to monitor the leaf polyphenolic and chlorophyll content in basil leaves.

2. Results

2.1. Phytochemical Quality of O. basilicum Leaves: Non-Destructive and Destructive Analyses

The UV-B leaves showed significantly higher values of the Total Flav Index than the control
leaves at both sampling times, Tso and Ts7 (Figure 1). Comparing the Flav Index of each leaf side, this
parameter significantly increased in UV-B-treated leaves at Tso only on the adaxial epidermis (Flav
Index adaxial) (Supplementary Figure S1). By contrast, a significant increment of the Flav Index in
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UV-B-treated leaves was observed on both the adaxial and abaxial epidermis after 7 d of storage (Ts)
(Supplementary Figure S1).
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Figure 1. Total Flav Index of leaves of O. basilicum plants cultivated under white light (control—black
bars) and supplemental UV-B radiation (UV-B—gray bars) at the end of the light treatment (before
storage, Tso) and after seven days of storage (Ts7). Mean + SD (1 = 3). Letters show the comparison
between different storage times (Tso or Ts7) under the same light conditions (uppercase gray letters—
UV-B treatment; lowercase black letters—control). Different letters indicate significant differences
between the values (p < 0.05), while asterisks show the significant difference between light treatments
at the same time of storage (**p < 0.01; ** p < 0.001); ns = not significant.

Considering the Flav Index results between the different storage moments (Tsovs Ts7) within the
same light treatment, the UV-B pre-treated leaves showed a higher epidermal phenolic content after
the storage (at Ts7) than before it (at Tso) (for Flav Index adaxial, abaxial, and total, Figure 1 and
Supplementary Figure S1). On the other hand, the differences in the Flav Index between Tso and Tsz
in the control leaves were observed only on the abaxial epidermis (Supplementary Figure S1b).

Extracts of leaves collected at both storage times (Tso and Ts7) and from both light treatments
showed similar polyphenolic profiles (Supplementary Figure S2). They were shown to be rich in
hydroxycinnamic acid derivatives (HCAs), and among these, chicoric (peak 8), rosmarinic (peak 10)
and caffeic acids (peak 5) were the most abundant. In addition, a catechin derivative (peak 12) was
detected, especially in the extracts of leaves pre-treated with UV-B and subsequently submitted to
storage (Ts7). Despite their similar polyphenolic profiles, the amounts of these most abundant
compounds in the extracts were different according to both the light treatment (control vs UV-B) and
the sampling time (Tsovs Ts7) (Figure 2).

The content of polyphenols in the extracts of leaves at Tso (Figure 2a—f) did not show differences
according to the light treatments (control vs UV-B) for any of the compounds detected by high
performance liquid chromatography, coupled to a diode array detector (HPLC-DAD). On the other
hand, the content of all the different polyphenols after 7 d of storage (at Ts;) was shown to be
significantly higher in the leaves pre-harvest exposed to UV-B radiation compared to the control (Ts,
Figure 2a—f). Comparing the results between storage times (Tsovs Ts7) within the same light treatment,
the control leaves showed significant differences only in the content of rosmarinic acid (decrease of
around 65%, Figure 2c) and the catechin derivative (increase of around 67%, Figure 2d). On the other
hand, a marked increase in the content of all the polyphenolic classes was observed in the UV-B pre-
treated leaves after 7 d of storage compared to Tso (Figure 2a—f). For the total polyphenols content, an
increase of around 56% was observed.
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Figure 2. Polyphenolic content (a to f, in g kg™ of dry weight) of leaves of O. basilicum plants cultivated
under white light (control —black bars) and supplemental UV-B radiation (UV-B—gray bars) at the
end of the light treatment (before storage, Tso) and after seven days of storage (Ts7). Mean + SD (n = 3).
(a) Caffeic acid content, (b) chlorogenic acid content, (c¢) rosmarinic acid content, (d) catechin
derivative content, (e) total hydroxycinnamic acid derivatives content (HCAs), (f) total polyphenol
content. Letters show the comparison between different storage times (Tso or Ts7) under the same light
conditions (uppercase gray letters—UV-B treatment; lowercase black letters—control). Different
letters indicate significant differences between the values (p < 0.05), while asterisks show a significant
difference between light treatments at the same time of storage (**p < 0.01; ** p < 0.001); ns = not

significant.

An increase in the Chl Index values in both light treatments (control and UV-B) was observed
after the storage time (Figure 3). For this parameter, no differences between the light treatments were
observed at both Tso and Tsz.
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Figure 3. Chl Index of leaves of O. basilicum plants cultivated under white light (control —black bars)
and supplemental UV-B radiation (UV-B—gray bars) extracted immediately at the end of the light
treatment (before storage Tso) or after seven days of storage (Ts7). Mean + SD (n = 3). Letters show the
comparison between different storage times (Tso or Ts7) under the same light conditions (uppercase
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gray letters—UV-B treatment; lowercase black letters—control). Different letters indicate significant
differences between the values (p < 0.05), while asterisks show the significant differences between
light treatments at the same time of storage (**p < 0.01; *** p <0.001); ns = not significant.

The content of chlorophylls (4, b, and total) did not change according to either the time of storage
(Tsovs Ts7) or the light treatment (control vs UV-B) (p > 0.05, Figure 4a—c). The content of carotenoids
(Figure 4d) significantly decreased after seven days of storage (p <0.001, TsovsTs7) in both the control
and UV-B leaves (a decrease of around 58% in the control leaves and of 44% in the UV-B leaves,
respectively), without differences between them (p = 0.99).
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Figure 4. Photosynthetic pigment content (a to c—chlorophylls 4, b, and total, respectively; d—
carotenoids, in g kg of dry weight) of leaves of O. basilicum plants cultivated under white light
(control—black bars) and supplemental UV-B radiation (UV-B—gray bars) at the end of the light
treatment (before storage Tso) or after seven days of storage (Ts7). Mean + SD (n = 3). Letters show the
comparison between different storage times (Tso or Ts7) under the same light conditions (uppercase
gray letters—UV-B treatment; lowercase black letters—control). Different letters indicate significant
differences between the values (p < 0.05), while asterisks show significant differences between light
treatments at the same time of storage (**p < 0.01; *** p < 0.001); ns = not significant.

2.2. Antioxidant Capacity of Leaf Extracts: Effects of Light Treatments and Storage

At Tso, no differences in the ECso values between the control and UV-B leaf-extracts were
observed (Table 1), while the ECso of extracts of UV-B pre-harvest-exposed leaves after 7 d of storage
(at Ts7) were shown to be around five-fold lower than the controls.

Table 1. Antioxidant activity (ECso values in g L) of leaf extracts of O. basilicum at the end of the light
treatment (Tso) and after seven days of storage (Ts7) from plants cultivated under control (white light)
and supplemental UV-B radiation.

Moment of Harvesting

Light Treat t
ight Treatments Teo Te
Control 0.13 +0.07° 0.24 +0.042
UV-B 0.16 +0.022 s 0.05 + 0.009""

Mean values + SD (n = 3). Letters show the comparison between different times (Tso vs Ts7) within the
same light treatment. Different letters indicate significant differences between the values (p < 0.05),
while asterisks show significant differences between light treatments at the same time of storage (**p
<0.01; ** p <0.001); ns = not significant.

The correlation analysis between the ECso values and the content of the different polyphenols
showed to be significant for rosmarinic and chicoric acids, as well as for the total content of HCAs
and total polyphenols (Table 2).
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Table 2. Pearson correlation analysis between the antioxidant capacity (ECso values) and the
polyphenolic content of leaf extracts.

Polyphenolic Content Pearson Coefficient - ¥ (ECsoValues) p value

Total HCAs -0.74 0.006™
Total polyphenols -0.65 0.02"
Caffeic acid -0.49 0.10ns
Catechin derivative -0.41 0.19ns
Chicoric acid -0.67 0.02°

Rosmarinic acid -0.80 0.0003™

Asterisks show significant correlations among parameters (* p <0.05; ** p <0.01; *** p <0.001); ns = not
significant (p > 0.05).

2.3. Visual Quality of O. basilicum Leaves: % FWLR and Colorimetric Analysis

At Tso, the leaves of O. basilicum did not differ in appearance between the light treatments
(control or UV-B—Figure 5a and c, respectively). Indeed, the UV-B treatment did not induce any
visible necrosis, darkness, or visible injuries (Figure 5c¢) when compared to the control leaves (Figure
5a). However, after seven days of storage (at Ts7—Figure 5b and d), the leaves of both light treatments
appeared to be more wilted than at Tso (Figure 5a and c).
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Figure 5. Pictures of O. basilicum leaves from the control (a,b) and UV-B treatments (c,d) at Tso (a,c)
and at Ts7 (b,d).

The leaf fresh weight decreased significantly during the storage time in both the light treatments
(Table 3). The lowest fresh weight (FW) values (around 35% of the FWLR - fresh weight loss rate)

were achieved after seven days of storage, while no significant differences were observed between
the two light treatments.

Table 3. Percentage loss in fresh weight (% FWLR) during the storage time (at Tss+ and Ts7) of O.
basilicum leaves from control and supplemental UV-B light treatments.

Storage Time
Light Treat t.
ight Treatments Toe Tor
Control 20.1+7.0bns 32.7 £ 6.8
UV-B 21.5+9.2bns 35.5+8.5ans

Mean values + SD (n = 3). Letters show the comparison between different storage times (Tssvs Ts7)
within the same light treatment. Different letters indicate significant differences between the values
(p < 0.05), while asterisks show significant differences between light treatments at the same time of
storage (**p < 0.01; *** p < 0.001); ns = not significant.

The storage of leaves caused an increase in the L values (Table 4). In addition, the leaves from
plants pre-exposed to UV-B showed lower L values than the controls. The a values increased at Ts,
without differences between the light treatments. The results of the AE (around 3.0) showed that the
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storage time induced significant changes in the color of the leaves from both light treatments. No
significant differences were observed for this value according to the light treatment.

Table 4. Colorimetric parameters of O. basilicum leaves from control and supplemental UV-B light
treatments before and after the storage time (at Tso and Ts7, respectively).

Color Parameters
L a AE
Control Tso ~ 65.2+0.6° —4.7 +0.5b -
UV-BTso  643+0.8"" -44+0.5bns -
Control Ts7  66.1 +£0.2a -3.0£0.12 3.4+09
UV-B Ts7 65.4+04 -29+02xns 29+(009ns

Mean values * SD (n = 3). Letters show the comparison between different storage times (Tso vs Ts7)

Samples

within the same light treatment. Different letters indicate significant differences between the values
(p <0.05), while asterisks show the significant difference between light treatments at the same time of
storage (**p < 0.01; *** p < 0.001); ns = not significant.

2.4. Applicability of the Non-Destructive Dualex® Device

The correlation between the content of the main polyphenolic compounds and the Total Flav
Index (measured by Dualex®) was significant (p < 0.001) and high (» > 0.85) for each identified
polyphenol (data not shown), as well as for the total amount of HCAs and total polyphenolic content
(Table 5). The correlation between the Chl Index and the total chlorophyll content was not significant
(p =0.86).

Table 5. Pearson correlation analysis between the non-destructive (Dualex®) and destructive contents
of polyphenols (1 =12).

Pearson Coefficient - r

Polyphenolic Content (Total Flav Index) pValue
Total HCAs 0.85 0.0004™
Total polyphenols 0.86 0.0004™

Asterisks show a significant correlation between the parameters (*** p < 0.001).
3. Discussion

3.1. Effect of UV-B Treatment on Post-Harvest Phytochemical Quality of O. basilicum Leaves

In recent years, the consumption of fresh-cut leafy vegetables and spices has gained popularity,
and this market segment has shown a greatest economical progression in the food industry [15].
Therefore, the efforts and investments into the post-harvest quality and maintenance of these
products have likewise increased. Since fresh-cut products have a faster and more pronounced
deterioration than processed food, the losses for industries represent an important burden [15]. As
such, the development of eco-friendly techniques to preserve or enhance the postharvest
phytochemical quality of these products is significantly important [7,15]. Indeed, some bioactive
compounds, in particular polyphenols and carotenoids, are essential for maintaining the quality of
leafy vegetables and enhancing their nutritional value, especially thanks to their antioxidant activity
[8]. In this sense, the application of some abiotic stresses as elicitors for the biosynthesis of these
compounds, such as the application of UV-B radiation, are regarded as promising technologies for
this purpose [7,15].

In our experiment, we observed that the UV-B treatment applied during the cultivation of basil
triggered an increase in the Flav Index in O. basilicum leaves at both Tso and Ts7, especially on the leaf
adaxial side (Figure 1, Supplementary Figure S1). The increase in the UV-filter compounds in
epidermal and subepidermal surface layers is a common response to UV-B exposure [1,16]. These
protective compounds, including flavonoids and HCAs, are generally accumulated in the vacuoles
of epidermal cells and act in decreasing the transmittance of UV wavelengths to the mesophyll,
protecting the deeper photosynthetic layers of the leaf [1,17]. The increase the in Flav Index in
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response to UV-B exposure was also observed in some previous experiments with Centella asiatica
[18] and Betula pendula [19].

Our results suggest that the increase in the epidermal leaf phenolics might be “the first step” in
defense against UV-B, since it was observed immediately after the end of the UV-B exposure (at Tso),
even without an increase in the leaf polyphenolic content measured by HPLC-DAD at this time (Tso,
Figure 2). Indeed, although the UVB-mediated accumulation of phenolics may occur in different leaf
tissues by the action of the UVR-8 photoreceptor, this happens in a tissue-autonomous way and the
epidermis shows to be the primary site of UV-B perception, followed by the subepidermal and
mesophyll cells [20]. Thus, changes in the UV-B-absorbing phenolics in leaf surface tissues could be
considered as the primary mechanism for acclimation to this type of stress. This is also in agreement
with a previous work showing a low UV-B transmittance (less than 10%) into tissues below the
epidermis [17,21].

In addition, the UV-triggered accumulation of the epidermal phenolics of O. basilicum leaves
(Flav Index) showed to be even higher at the end of the storage (at Ts7) (Figure 1). This increment
might indicate a constitutive UV-defensive answer, since epidermal phenolics were not degraded
with the storage (Figure 1, Supplementary Figure S1). Similar results of high Flav Index values after
the interruption of UV-B exposure were previously observed in Capsicum annuum [22]. However, we
cannot exclude that the observed increment in the Flav Index at Tsz might be also due to the low
temperature of the storage. In fact, protective responses against UV-B radiation can be observed as a
possible pre-acclimation response to further abiotic stresses caused by a new exposure to UV
radiations or to other factors [22-25]. Indeed, the increment in phenolic compounds caused by low
temperatures is already described in the literature [26] and can be attributed to the cold-induced
activity of phenylalanine ammoniumlyase (PAL) and chalcone-synthase (CHS) enzymes [27,28].

Interestingly, at Ts7 an increase in the Flav Index on the leaf abaxial side from both the control
and UV-B treatments was also observed (Supplementary Figure S1). This may indicate that other
compounds absorbing in the region at 375 nm (Dualex® excitation wavelength), not specifically
related to UV filtering, have increased on this leaf side, possibly due to the decrease in temperature
or other factors during storage. It is important to mention that non-glandular trichomes have been
previously detected only in the abaxial side of basil leaves [29]. This type of trichomes, however, do
not possess a secretory mechanism and can accumulate large quantities of phenolics (flavonoids and
HCAs) that are non-covalently bound to the cell walls [30]. In addition, the abaxial leaf-side of basil
leaves may have a high density of stomata [31], whose guard cells contain wax-bound phenolics
[32,33]. All these phenolic compounds localized in the abaxial epidermal structures may play a role
in protecting the leaf against different abiotic stresses and could contribute to the increment of the
Flav Index on this side of basil leaves observed at Ts7 (Supplementary Figure S1).

Considering the polyphenolic composition of leaf extracts, in accordance to previous
investigations, our results showed a predominance of HCAs in the chromatographic profile, mainly
rosmarinic, chicoric, and caffeic acid derivatives (Supplementary Figure S2, Figure 2) [9,34,35].
Despite previous studies having reported the presence of some flavonoids in O. basilicum leaves, they
indicated HCAs as the most abundant compounds, including rosmarinic, caffeic, caftaric, and
chicoric acids [9,34]. In addition, we found catechin and its derivatives, as previously detected by
Jayasinghe et al. (2003) [34].

In our study, all classes of polyphenols (and also their total amount) showed higher contents in
UV-B leaves with respect to the control (Figure 2). However, this increment was observed not
immediately after the UV-B exposure (at Tso) but after the storage period (at Ts7) (Figure 2). These
results may suggest a delayed response in phenolics biosynthesis after the stimulation triggered by
UV-B exposure. Indeed, the de novo biosynthesis after the upregulation of UVdefensive genes requires
a certain amount of time [4,36]. We hypothesize that the accumulation of polyphenols observed after
storage could be the result of metabolic processes induced by UV-B exposure and started before leaf
sampling. Indeed, UV-B treatment seems to increase not only the transcription of PAL (the gene of
phenylalanine ammonia-lyase [19,37]), but also directly the PAL activity [37-40]. The carbon used for
polyphenol biosynthesis could derive by the release of soluble carbohydrates caused by changes in
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the activity of sucrose-hydrolyzing and sucrose-synthesizing enzymes as well as by higher
respiratory rates, since, as has been reported in the literature, both these processes are positively
affected by UV-B treatments [39,41]. In addition, it has been suggested that also the activity of
cinnamate-4-hydroxylase (C4H) as well as methylation and hydroxylation reactions may be
stimulated by UV-B treatments, taking around four days to generate higher amounts of p-coumaric,
caffeic, ferulic, and sinapic acids in white cabbage leaves [40]. Therefore, the overall increase in
phenolics triggered by UV-B could be detected only some period after the radiation exposure, as
previously reported also in Arabidopsis thalianaplants [42].

These results suggest that UV-B exposure induces an initial accumulation of epidermal
phenolics acting as UV-filters (as observed by the increment in the Flav Index a Tso, Figure 1) and,
only afterwards, an increment of these compounds in the mesophyll tissue, offering a further
antioxidant protection. Indeed, polyphenolic compounds inner-located in the mesophyll can protect
the tissues against the action of ROS produced in response to several stresses [5,43,44].

This hypothesis is supported by our data on antioxidant activity (Table 1). Indeed, no differences
were observed between the ECso values of control and UV-B leaves at Tso, while a noticeably higher
antioxidant activity in UV-B extracts was observed at Ts7 compared to the controls (Table 1). The
increase in antioxidant activity by exposure to UV-B in basil leaves has already been shown in the
literature [3,11]. The different compounds detected in the extracts analyzed in this study, especially
caffeic, rosmarinic, and chicorid acids, have been shown to possess remarkable biological and
pharmacological activities both in vitro and in vivo [45—47], including a high antioxidant capacity.
Consequently, the increase in these compounds in basil leaves may enhance their nutraceutical value.
In addition, we observed a strong correlation between this activity and the amounts of polyphenols,
especially with rosmarinic acid (Table 2). Although being not the most abundant substance detected,
rosmarinic acid was shown to highly contribute to the antioxidant activity in basil leaves (higher
values of r coefficient) [46]. In accordance with our findings, Castronuovo et al. (2019) [48] also found
a high linear correlation between the amount of rosmarinic acid and the DPPH (2,2-diphenyl-1-
picrylhydrazyl) assay results, with a coefficient * = 0.70, the highest value among the other
compounds detected in that study [48]. This compound was the only one that showed a decrease in
concentration in the control leaves after storage, and this decrease probably resulted in the lower
antioxidant capacity of the control leaf extracts at Ts7 compared to Tso (Figure 2, Table 1). A decrease
of 30% in rosmarinic acid content in basil leaves stored for nine days has been already observed [49],
thus indicating that the storage conditions at 10 °C were detrimental only for this compound.

Another essential evaluation in the quality of leafy vegetables submitted to storage is the
assessment of the chlorophyll content, which can also be affected by UV-B radiation [7]. In our study,
the content of chlorophylls did not change in UV-B leaves compared to controls in any storage time
(Tso or Ts7) (Figure 4), as previously observed by Mosadegh et al. (2018) [12] in O. basilicum leaves
exposed to low doses of UV-B.

Although the most common response to storage is the degradation of chlorophylls by the action
of some enzymes, including chlorophyll oxydases [50], the increase or lack of changes in the
chlorophyll content of leaves submitted to storage can also be found in the literature [7,51]. Indeed,
the degradation of chlorophyll in basil detached leaves is likely to be dependent on storage
temperature and seems to evidently occur only in a very late time of storage [13]. Previous
investigations on fruit and vegetables have shown that UV-B treatment can suppress chlorophyll
degradation during storage, thus suggesting that UV-B irradiation is a usable method for prolonging
the postharvest life [52,53]. As has already been observed for other vegetables and also for basil
[13,54], we observed a decrease in the carotenoid content at Ts7 (Figure 4). In addition, we did not
detect differences in the carotenoid contents between the light treatments (controlvs UV-B), thus
indicating that carotenoid degradation is not induced or increased by the UV-B light treatment
(Figure 4).
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3.2. Visual Quality of O. basilicum Leaves

In order to ensure the quality of leafy-cut vegetables, not only the nutraceutical but also the
visual characteristics are commonly evaluated [7,15]. Among these features, texture, determined by
the degree of dehydration, and color are factors that especially influence the consumers’ choice [7,15].

In this study, we did not observe an effect of UV-B radiation on the general visual quality of O.
basilicum leaves (Figure 5). Indeed, the UV-B treatment did not induce any visible necrosis, dark spots,
or visible injuries in leaves at both Tso and Ts7 compared to controls (Figure 5). This is an important
result, since it indicates that the doses of UV-B applied in our treatment possibly did not cause
deleterious effects, such as the breakdown of essential macromolecules (DNA, lipids, and proteins)
and oxidative damages, all commonly reported for UV-B exposure [2,24,55]. In fact, the leaf fresh
weight decreased similarly in both treatments during the whole storage time (Table 3). The
comparable values in the fresh weight loss rate found here (around 30%) were also observed in a
previous study with O. basilicum leaves stored at 5 °C for ten days [10].

As already mentioned, another important visual quality characteristic to check in stored
vegetables is the color. The evaluation of this feature in post-harvest quality studies comprises the
analysis of values expressed in the CIELAB color scale (defined by the Commission Internationale de
l'éclairage), with L (lightness), a (redness), and b (yellowish) as parameters from which is possible to
calculate the total color changes—AE [7,56]. Here, we observed that storage similarly increased the L
values in leaves from both light treatments, indicating the lightening of them. Higher values in theL
parameter have already been described for other green vegetables submitted to storage, such as green
tomatoes, broccoli, rocket, Brussels sprouts, spinach, and lettuce [57-60]. Comparing the UV-B and
control leaves, the treatment with radiation resulted in lower values of L, indicating a darker color of
the UV-B leaves compared to the controls (Table 4). Previous studies have reported that the UV
exposure can induce darkening [61,62]. In our study, it is likely that the UV-B has contributed to
retaining the chlorophyll, thus increasing the darkness of the UV-B-treated leaves.

The higher a values from leaves of both light conditions indicates that they become less green,
as could be expected with the storage due to the senescence processes that are commonly described
[7,15]. Similar results were observed in other stored leafy vegetables, including spinach, broccoli, and
lettuce [57,58].

Finally, the AE was shown to be similar at Ts7between the control and UVB leaves. In particular,
a AE value higher than 3.0 indicated a very distinct difference in color from the beginning to the end
of the storage period [56]. The lack of difference in this value between the UV-B and control, in
addition, agrees with the similar general visual appearance and FWLR % of the leaves. All these
results together indicate that UV-B application was not detrimental to the visual quality of the O.
basilicum leaves.

3.3. Applicability of Dualex® Instrument as a Non-Destructive Tool to Monitor the Phytochemical Quality of
Detached Leaves of O. basilicum

As already stated, the Dualex® device was employed in our experiment to monitor the changes
in the level of leaf epidermal phenolics and chlorophylls. This sensor combines leaf transmittance
and fluorescence measurements to provide chlorophyll (Chl) and flavonols (Flav) indexes, this last
based on the absorption of flavones and flavonols at 375 nm [14,63]. The Dualex® device allows one
to measure the leaf epidermal flavonol index by an indirect method based on the detection of
chlorophyll fluorescence. The comparison of this instrument with SPAD (Soil Plant Analysis
Development) and other optical sensors for chlorophyll detection has been previously reported [63],
while this is the first report of the measurement of the Flav Index to monitor the post-harvest quality
of leafy products.

We verified that the Dualex® Flav Index is reliable with the detected content of polyphenols in
O. basilicum leaves. A correlation analysis between the Dualex® index and the HPLC-DAD
quantification of polyphenols showed a high and significant correlation for all compounds, indicating
that their amount and changes during storage can be easily and non-destructively inferred by this
device (Table 5). Up to now, there are few studies reporting the positive correlation between the Flav
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Index and the amounts of flavonols [18,64,65]. Yet, to the best of our knowledge this is the first report
of the correlation of the Flav Index and non-flavonoid phenolics—in this case, HCAs. This positive
correlation was not previously observed [64]. In our investigation, the most abundant phenolics
increased at Ts7 in UV-B leaves were chicoric and rosmarinic acids (Figure 2). These compounds have
absorption spectra with a Amsx at about 350 nm, significantly extending to longer wavelengths above
375 nm. It is, therefore, reasonable to suppose that these HCAs could contribute, at least partially, to
the Flav Index signal. In fact, HCAs have already been shown to decrease the epidermal
transmittance at 366 nm and also at 375 nm in sunflower, even without the presence of flavonoids in
this tissue [66].

However, we found a discrepancy between the Flav index and the HPLC-DAD quantification at
Tso (Figure 1, Figure 2). Indeed, while at this time the Flav Index increased in the UV-B leaves
compared to the controls, the total amount of polyphenols did not show differences between the light
treatments (Figure 1, Figure 2). Consequently, it is likely that also other compounds present in leaf
surface tissues may have interfered with the Flav Index measurement, possibly contributing to the
enhancement of this index. Indeed, O. basilicum leaves are rich in glandular trichomes, anatomical
structures found in epidermis [29,67]. These trichomes accumulate essential oils especially rich in
phenylpropanoids [9,29,67] and lipophilic flavones, mainly salvigenin and nevadensin [68-70]. The
essential oils components and these surface flavones could also play a role in protection against UV
radiation [68,69]. Although we did not evaluate the essential oil composition and its changes, the
stimulus of essential oils biosynthesis by UV-B in the leaves of O. basilicum has already been described
in the literature [71-73]. For instance, loannidis et al. (2002) [72] reported that a few days of
supplemental UV-B radiation in basil plants was required to fulfill both peltate and capitate
trichomes with a larger amount of essential oils with respect to the controls. The essential oils can
extend their absorption up to the visible spectra range [74], and the surface lipophilic flavones have
a Amaxof up to 360 nm [69]. We believe, therefore, that these compounds may contribute to the
observed increment in the Flav Index of basil leaves exposed to UV-B radiation.

Considering the Chl Index, other studies have described, in several plant species, a linear
correlation with the chlorophyll content in non-stressed leaves [63,75]. We did not observe a
significant correlation between the total chlorophyll content and the Chl Index because we considered
detached leaves under storage. In fact, the water loss of these leaves (Table 3) increases the light
pathlength within the leaf by multiple scattering, decreasing leaf transmittance and resulting in an
apparent increase in chlorophyll [76]. Similar effects of changes in leaf water content on the SPAD
chlorophyll meter readings have previously been observed [77]. Indeed, we found a strong negative
and significant correlation (r = —0.76, p = 0.004) between the Chl Index and the basil leaf fresh weight
evaluated from Tso to Ts7, confirming the above explanation. Therefore, it is worth remembering that
the possible effect of leaf dehydration must be taken into account in the monitoring of the chlorophyll
content by optical sensors on leaves under storage.

4. Materials and Methods

4.1. Plant Material

Sixteen certified potted plants of basil (Ocimum basilicum L. var. Genovese, Lamiaceae) were
bought, at the same moment, in a local supermarket in Florence, Italy. These plants were at similar
developmental stage (around ten nodes and 0.2 m of height) and were kept under the same conditions
until the beginning of the experiment in a growth chamber at the University of Florence (Department
of Agriculture, Food, Environment and Forestry —DAGRI).

During the acclimation and experimental periods, the photosynthetically active radiation (PAR),
measured by a Li-CoR Radiation Sensor LI-190, was 150 pumol m=2 s in 8 h of photoperiod (from 9:00
to 17:00), and the temperature was 24.9 + 0.8 °C. The plants were rotated daily in order to avoid
positional effects inside the chamber, and they were watered every day (20 mL each).
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4.2. Light Treatments, Storage Conditions and Sampling Details

The potted (0.5 L) basil plants were randomly distributed between two light treatments in the
growth chamber: 8 plants were cultivated under white light (control) and the other 8 under white
light supplemented with UV-B radiation (UV-B treatment) (Figure 6).

Experiment
s [ oo
day/night
photoperiod 8/16 h, Day 1 Day 2 Day 3 Day 4
PAR= 150 pmol m?
S I e
PAR (150 pmol m?s™, 8 h) Leaves harvesting

. Dark (16 h)
ul tal UV-B ( +14.4 kJ m™' per day of ,8h)
S UV-B (PAR kJm? f UV-B, 8

Figure 6. Scheme of the experimental light conditions.

The white light was supplied by two white tubular fluorescent 40 W lamps (F40T12 Standard
Phillips®) for both the control and UV-B treatment. The UV-B radiation was supplied by one tubular
20 W broadband UV-B lamp (290-320 nm; UV-B Medical Phillips® TL UV-B G13 T12) covered with a
cellulose acetate film in order to block UV-C wavelengths (< 290 nm) that can possibly be emitted by
the lamp. The mean irradiance of the UV-B radiation was 0.5 kg s? (0.5 W m?2 8 h per day,
corresponding to 14.4 k] m2 of UV-B daily dose) and was measured by a PD300-UV Ophir®
radiometer (with a 313 nm flat sensor, positioned horizontally during the measurements). The UV-B
total daily and total doses were chosen based on previous works applying UV-B radiation to O.
basilicum plants [11,12].

The UV-B radiation was applied during four consecutive days. The plants were kept under white
light for one additional day, and then all the leaves (from the 3, 4™, and 5% nodes) of plants from
both light treatments were harvested (Figure 6).

At the harvesting time, six leaves collected from four plants were pooled together, divided into
three samples, and immediately frozen in liquid nitrogen for the biochemical analyses
(corresponding to time zero of storage—"Ts", n = 3). Other leaves were collected from other four
plants (6 leaves per plant), pooled together and randomly divided into three plastic packs covered
by food-quality film (8 leaves per pack, n =3) and stored in fridge at 10 °C in the dark for seven days
(corresponding to day seven of storage—time seven, "Ts/"). The packing, conditions of storage, and
total storage time were defined according to the maintenance instructions written in the commercial
packs of basil leaves.

Phytochemical analyses (polyphenols and photosynthetic pigments), antioxidant capacity,
Dualex® measurements, and colorimetric analyses were performed at Tso and Tsz.In addition, the fresh
weight loss rate was assessed at 0, 4, and 7 d of storage (Tso, Ts4, and Ts7).

4.3. Non-Destructive Analysis of Epidermal Flavonol Content (Flav Index) and Chlorophyll Content (Chl
Index) by Dualex®

The content of epidermal phenolics (Flav Index) and of chlorophyll (Chl Index) in leaves of
plants from both light conditions (control and UV-B treatment) at Tso and Ts7 were non-destructively
measured by the Dualex® sensor (Dualex® Scientific+, Force-A, Orsay, France). It consists of a leaf-
clip device, as previously described by Goulas et al. (2004) [78]. The chlorophyll content (Chl Index)
is assessed as the difference in the leaf light transmission between 710 and 850 nm. The leaf epidermal
UV-absorbing compounds are measured on the basis of the chlorophyll fluorescence screening
method [14,78] and calculated as Flav Index = Log (ChlFr/ChlFuv), where ChIF is the emission of
chlorophyll fluorescence excited in the red (R, 650 nm) or ultraviolet (UV, 375 nm). The measurements
were conducted on both leaf sides, adaxial and abaxial, at three different spots per leaf. The average
Flav Index was given for the adaxial epidermis, abaxial epidermis, and for both —the Total Flav Index
(sum of the adaxial and abaxial Flav Index values) and the Chl Index was represented as a mean of
the Chl Index values obtained with the measurements of both leaf sides.
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4.4. Polyphenolic Analysis by HPLC-DAD

Leaf material (300 mg) sampled at Tso and Ts7 was extracted with3 x 5.0 mL ethanol 75% (pH 2.5
adjusted with formic acid) and the supernatant was partitioned with 3 x 5 mL of n-hexane. The extract
was then reduced to dryness, and the residue was resuspended with 3.0 mL of a methanol/water
solution (1:1 v/v).

Aliquots (15 pL) of the samples were injected into a Perkin® Elmer Flexar liquid chromatograph
equipped with a quaternary 200Q/410 pump and an LC 200 diode array detector (DAD) (all from
Perkin Elmer®, Bradford® CT, USA). The stationary phase consisted in an Agilent® Zorbax® SB-18
column (250 x 4.6 mm, 5 um), kept at 30 °C. The eluents were (A) acidified water (at pH 2.5 adjusted
with HCOOH) and (B) acetonitrile (at pH 2.5 adjusted with HCOOH). The following solvent gradient
(v/v) was applied: 0-1 min (3% B), 1-49 min (3—40% B), 49-59 min (40% B), 59—-60 min (40-3% B). The
flow elution was 0.6 mL min-'.

The chromatograms were obtained at 280 and 330 nm. The identification and quantification (in
g kg1 of dry weight) of the most abundant polyphenols were carried out based on the retention time,
UV spectra and comparison with standards (gallic, rosmarinic, caffeic, chlorogenic, and chicoric
acids, as well as epicatechin). Rosmarinic acid, gallic acid, and epicatechin were used to obtain
calibration curves.

4.5. Spectrophotometric Quantification of Photosynthetic Pigments

The method of Lichtenhaler and Buschmann (2001) [79] was used for the spectrophotometric
analysis of the photosynthetic pigments (chlorophylls and carotenoids). Briefly, the leaf material (150
mg) sampled at Tso and Ts7 was extracted with 2 x 1.0 mL of acetone (5 g L' CaCQOs) in an ice bath in
the dark for 15 min. After centrifugation, the absorbance of the supernatant at 470, 645, and 662 nm
was measured using a PerkinElmer® Lambda 25 UV/VIS spectrophotometer and acetone as blank.
The content of chlorophyll a (Chla), chlorophyll b (Chlb), total chlorophyll, and carotenoids was
calculated according to Lichtenhaler and Buschmann (2001) [79], using the following equations (1, 2,
and 3):

Chla=11.24 X Asc2— 2.04 X Aess, @)
Chls =20.13 X Acss—4.19 X Ase2, 2)
Carotenoids = (1000 X A4z~ 1.90 X Ca— 63.14 X C»v)/214, 3)

where Chla is the amount of chlorophyll 4; Chlvis the amount of chlorophyll b; Ass2, Aess, and Aazo are
the absorbencies at 662, 645, and 470 nm, respectively. The results were expressed in g kg of dry
weight.

4.6. Antioxidant Capacity of the Leaf Extracts

The same extracts obtained used for the polyphenolic analyses were measured for their free
radical scavenging potential (antioxidant capacity), using the (2,2-diphenyl-1-picrylhydrazyl) DPPH
assay [80]. Briefly, diluted samples of the extracts (0.5 mL) were added to 0.5 mL of DPPH solution
(0.1 mM in methanol; Sigma-Aldrich®, Milan, Italy) and the mixture was allowed to react at room
temperature for 40 min in the dark. This time was defined based on the kinetic analysis results of
each extract and standards (data not shown). The absorbance was then measured at 518 nm using a
PerkinElmer® Lambda 25 UV/VIS spectrophotometer. The absorbance of the blank (0.5 mL methanol
and 0.5 mL samples) and the negative control (0.5 mL methanol and 0.5 mL DPPH solution) were
also evaluated and the analyses were conducted in triplicate.

The percentage of antioxidant activity (AA%) and the ECso (concentration of the extract to obtain
50% of the total antioxidant activity, in g L1 of extract) values were calculated with the Microsoft
Excel® software (Microsoft corporation, New York, USA). The following equation (4) was used to
calculate the AA%:

AA% =100 - {[(ABSsampIe_ ABSblank) X 100]/ABSnegative Control} (4:)
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The correlation analysis (Pearson correlation test) between the content of the detected
polyphenols and the antioxidant capacity was performed, in order to evaluate which compound or
class might be the main responsible for the antioxidant potential.

4.7. Percentage of Fresh Weight Loss Rate (% FWLR)

For the evaluation of the fresh weight loss rate, the eight pooled leaves of each pack were
weighted (fresh weight—FW) in digital balance (Precisa® Top PanBalance model 125A, Switzerland)
at Tso, Tss, and Ts7. The following equation was applied (5):

% FWLR = (Tso FW — Ts FW/Tso FW) X 100. (5)

4.8. Colorimetric Analysis

The leaf surface color was evaluated using a Portable Digital Colorimeter (SNDWAY® model
NH310, Beijing, China). The parameters L, 4, and b were measured at Tso and Ts7, in three different
spots of all the leaves of each pack, on adaxial surfaces, since it is the surface generally observed by
the consumers. The average values of the parameters analyzed indicate the whiteness/ darkness (L),
ranging from 0 to 100 (0 — black, 100 — white); the redness/greenness (a) and the yellowness/ blueness
coordinates (b), these last two being the chromatic components [56]. From these parameters (L, 2 and
b), the total color change (AE) was calculated and compared. This parameter indicates the magnitude
of color difference after storage (Ts7) compared to before (Tso). The following formula (6) was used
[56]:

AE = (Aa2 + Ab2 + AL2)12. (6)

4.9. Applicability of the Non-Destructive Dualex® Device

To evaluate the possible applicability of the non-destructive Dualex® device to assess the leaf
content of polyphenols and chlorophylls, a correlation analysis was conducted considering the
samples of both light treatments (UV-B and control) and the different sampling times (Tso and Ts7) (n
= 12). The correlation analysis was performed between the Total Flav and Chl Index values (from
Dualex®) and the respective content of classes of polyphenols (HPLC-DAD analysis) and chlorophyll
contents (spectrophotometric analysis) using the Pearson correlation test.

4.10. Statistical Analysis

All the data were analyzed using SigmaPlot® Systat®software (version 12.5, Systat Software, Inc.
San Jose, CA, USA). A two-way ANOVA (factors: sampling time and light treatment) followed by
Tukey post-hoc test was used. For all data, the homogeneity of variance by Levene’s test and the
normality of the data by the Shapiro-Wilk test were evaluated. The detection of outliers was
performed by Grubbs’ test. For all the tests, the differences were considered significant when p < 0.05.

5. Conclusions

We observed that the pre-harvest UV-B treatment may be a promising tool for increasing the
beneficial health components (especially hydroxycinnamic acid derivatives) and antioxidant capacity
in leaves of O. basilicum further submitted to storage, without causing damaging effects to their visual
quality. These results are important considering the nutraceutical value of the leaves, their
commercial distribution, and also their possible longer maintenance.

We also highlighted the potential use of the Dualex® device to reliably assess the overall
polyphenolic content of basil leaves, as well as its promising use as surface sensor, giving information
about the phytochemical richness in O. basilicum leaf epidermal surface. Further studies are needed
to better understand the potential application of this tool in the assessment of essential oils contents
in glandular trichomes.
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Supplementary Materials: The following are available online at www.mdpi.com/2223-7747/9/6/797/s1: Figure
S1: Flav Index in the adaxial epidermis (a) and abaxial epidermis (b) of leaves of O. basilicum plants cultivated
under white light and supplemental UV-B radiation extracted immediately after the light treatment (before
storage Tso) or after seven days of storage (Ts7); Figure S2: Representative chromatograms of Ocimum basilicum
leaf extracts at 280 and 330 nm.
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