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Abstract: Anthocyanins are secondary metabolites responsible for the red coloration of mango and
apple. The red color of the peel is essential for the fruit’s marketability. Anthocyanins and flavonols
are synthesized via the flavonoid pathway initiated from phenylalanine (Phe). Anthocyanins and
flavonols have antioxidant, antifungal, and health-promoting properties. To determine if the external
treatment of apple and mango trees with Phe can induce the red color of the fruit peel, the orchards
were sprayed 1 to 4 weeks before the harvest of mango (cv. Kent, Shelly, and Tommy Atkins) and
apple fruit (cv. Cripps pink, Gala and Starking Delicious). Preharvest Phe treatment increased the red
coloring intensity and red surface area of both mango and apple fruit that was exposed to sunlight at
the orchard. The best application of Phe was 2—4 weeks preharvest at a concentration of 0.12%, while
a higher concentration did not have an additive effect. A combination of Phe and the positive control
of prohydrojasmon (PDJ) or several applications of Phe did not have a significant added value on the
increase in red color. Phe treatment increased total flavonoid, anthocyanin contents, and antioxidant
activity in treated fruit compared to control fruits. High Performance Liquid Chromatography
analysis of the peel of Phe treated ‘Cripps pink” apples showed an increase in total flavonols and
anthocyanins with no effect on the compound composition. HPLC analysis of ‘Kent” mango fruit
peel showed that Phe treatment had almost no effect on total flavonols content while significantly
increasing the level of anthocyanins was observed. Thus preharvest application of Phe combined with
sunlight exposure offers an eco—friendly, alternative treatment to improve one of the most essential
quality traits—fruit color.

Keywords: anthocyanin; phenylalanine; prohydrojasmon; flavonoids; mango; apples; preharvest;
red color; fruit quality

1. Introduction

Fruits and vegetables are lost or get a lower price due to poor appearance, quality
problems, and consumer preferences [1]. Fruit is downgraded if it does not meet a very
high standard of quality requirements, causing loss of profitability [2] and possibly food
loss. Color and appearance, nutritional value, texture, and aroma are the main factors
determining fruit and vegetable quality [3].

Fruit quality and maturity stage can often be indicated by the color of its skin [4].
The consumer prefers red-colored fruit. Therefore, the red color in fruit peel is a major
contributor to the acceptance of fruit, which allows it to be priced higher and sold more
easily [5]. Red color of fruit peel is important in terms of appearance and constitutes
an advantage in resistance to pathogens and cold. For example, mango fruit exposed to
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sunlight developed red color, had higher anthocyanin concentration in the fruit peel, and
was more resistant to pathogenic fungi including Colletotrichum gloeosporioides, Alternaria
alternata, and Lasiodiplodia theobromae in comparison with green fruit from the same tree [6,7].
Red-colored mango fruit (cv. Shelly) is more resistant to cold than green fruit and, therefore,
could be stored for more extended periods [6,8].

Anthocyanins are the main compounds responsible for the red coloring of mango and
apple fruit peel [9]. Anthocyanins and flavonoids are natural compounds synthesized via
the phenylpropanoid pathway, which have antioxidant and antifungal qualities, as well as
health-promoting properties for humans [7,10]. Anthocyanins and flavonoids synthesis is
induced in response to biotic or abiotic stresses, such as light, temperature, drought, and
pathogen attacks [11,12].

Phenylalanine (Phe), the precursor of the phenylpropanoid pathway, is an aromatic
amino acid existing naturally in plants and derived from the shikimate pathway [13].
Flavonoids, including anthocyanins and lignin, are secondary metabolites of the phenyl-
propanoid pathway, which is one of the main plant defense mechanisms [14]. Application
of Phe to petunia, Arabidopsis, and cut chrysanthemum flowers, increased their resistance to
B. cinerea by activating the phenylpropanoid pathway and flavonoids with antifungal activ-
ity [15,16]. Similarly, applying phenylalanine pre- or postharvest reduces decay in mango,
avocado, strawberry, and citrus fruit, which is caused by various pathogenic fungi [17].

Red color induction methods, including application of plant growth regulators, in
fruit have been studied for many years. In particular, previous studies have shown that
mango and apple fruit have stronger red pigmentation and higher anthocyanin levels when
exposed to direct sunlight, when grown outside of the tree canopy, compared with fruit
from the inner parts of the canopy [6,18]. Pre-harvest application of harpin proteins or inac-
tivated yeast treatments also showed an enhanced red color and anthocyanin accumulation
[19,20]. Moreover, it was found that exogenic application of Prohydrojasmon (PDJ), methyl
jasmonate (M]), or Abscisic acid (ABA), along with direct sunlight exposure, promotes the
phenylpropanoid pathway in mango fruit and contributes to the accumulation of red skin
on the fruit [4,21].

Mango (cv. Kent, Shelly, and Tommy Atkins) and apple (cv. Cripps pink, Gala, Starking
Delicious, and Anna) are fruits known to have light-red fruit peel and were chosen for
this study. Our research goal is to determine if preharvest Phe application to mango and
apple orchards will induce the red color in the fruit peel. Preharvest application of Phe
could provide a healthy, safe, and relatively cheap means to increase fruit red color, reduce
postharvest decay, and improve the profitability of the cultivar.

2. Materials and Methods
2.1. Plant Material, Preharvest Spray, Harvest, and Storage

The orchards used for this study were twenty-year-old mango orchards (cv. Kent and
Shelly and Tommy Atkins), in Kibbutz Ravid (32°51'03" N 35°27'52" E; elevation +165 m),
15-years old apple orchards (cv. Cripps pink, Starking Delicious, and Gala) in Merom Golan
(33°07'59" N 35°46/33" E; elevation +977 m), and a 15-years old apple orchard cv. Anna was
grown in Arugot (31°44’5” N 34°46'15" E). Average-size mango trees (cv. Shelly and Kent)
in the season of August 2020 (three trees per repetition, three repetitions per treatment)
and apple trees (cv. Gala and Cripps Pink) in August 2020 and November 2020 (three trees
per repetitions, four repetitions per treatment) were untreated (control) or sprayed with
0.12% phenylalanine (Phe) or with 0.2% prohydrojasmon (PDJ) on different weeks (1, 2,
or 3) before harvest. The experiments were repeated on mango (cv. Shelly and Tommy
Atkins) and apple (Cripps pink, Anna and Starking Delicious) fruit from June to November
2021. With the exception of ‘Starking Delicious” apple cultivar, the mango and apple fruits
were harvested from the outside of the tree canopy, which was exposed to direct sunlight.
After harvest, control, and treated mango and apple fruits were transported (up to 2 h) to
the ARO Volcani Center, Israel, and immediately stored at 12 °C and 2 °C for 21-28 days,
respectively, followed by 7 days of shelf-life storage at 22 °C. Gala apple fruit was stored
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at 2 °C for 2 months, followed by 13 days of shelf-life storage at 22 °C. The fruits were
evaluated at harvest, after cold storage, and after shelf life.

2.2. Measurements of Fruit Skin Color
2.2.1. Red Color Evaluation

We assessed the percentage of the red-colored surface area of each fruit from individual
mango and apple fruits in each treatment at various time points (at harvest and after shelf
life). Apple fruits were also evaluated after cold storage. Furthermore, the intensity of the
red color was graded according to an index (0-5; 0—no red color, 1—faint red color, and
5—very intense red color). Data were collected and analyzed from 14 and 28 mango and
apple fruits, respectively, per treatment.

2.2.2. Chroma Measurement

The skin color (Hue) was measured at the reddest point of 14 and 26 mango and
apple fruits, respectively, for each treatment using a CR-400/410 Chromometer (Konica
Minolta, Osaka, Japan). The hue angle (h°) measures color according to the wheel of colors,
where 120° angle represents green color; 40°-60° angle represents orange-yellow color and
0°—40° represents red color. The transition between red color to green color is represented
by a* value, where value of +60° correlates to full red color and —60° correlates to full
green color.

2.2.3. Estimation of Chlorophyll, Anthocyanins, and Flavonoids in Fruit Skin

Fruit peel fluorescence was evaluated to measure chlorophyll (SFR_R), flavonoid
(FLAV), and anthocyanin (ANTH_RG) signals using a Multiplex III fluorescence detector
(Force A, Orsay, France), based on fluorescence signal ratios between excitations and
emissions correlated to these compounds. Data were collected and evaluated from 14 and
26 fruits of each treatment in mango and apple fruit, respectively.

2.3. Decay Evaluation

Stem end rot (SER), side decay, and total rotten fruits of mango and total decay of
apples were evaluated after shelf-life storage, and apples (cv. Gala) were also evaluated
after cold storage. We evaluated decay incidence (percent of fruit) and severity (index 0-10;
0—no decay, 1—mild decay; 5—moderate decay; 10—severe decay) for each treatment
per box.

2.4. Extract Preparation

Fruit peel samples from each treatment were harvested and stored at —80 °C. Samples
were ground (IKA All basic, Germany) in liquid N, and 0.5 g were transferred into
methanol solution (70%) for extraction and kept on the shaker overnight (250-300 rpm).
The extraction mixture was centrifuged at 4100 rpm for 20 min at 20 °C (NF 8000R, Nuve,
Turkey), and the supernatant was collected. The extraction was repeated. The collected
supernatant liquid was concentrated in a CentriVap Concentrator (Labconco, Kansas, MO,
USA) at room temperature until the extraction solution reached a volume of 0.5 mL. The
concentrated samples were centrifuged at 12,000 rpm for 10 min at 20 °C, diluted 1:4 with
distilled water, and stored at 4 °C until further use.

2.4.1. DPPH Assay

The free radical scavenging activity was measured by 2,2’- diphenyl-1-picrylhydrazyl
(DPPH) assay as previously described [22,23] with slight modifications. The stock solution
was prepared (0.24% in absolute methanol) and diluted with methanol until the absorbance
was 0.98 £ 0.02 at 517 nm. For each treatment, the diluted extracts (1:4) of mango and
apple peels were mixed with 1 mL of DPPH solution and incubated for 10 min at room
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temperature. The absorbance was measured at 517 nm, and scavenging activities were
calculated according to the following equation:

OD517 control — OD517 treatment 1x100

scavenging activity (%)=[
ODs17 control

2.4.2. Total Phenolic Content

Total phenolic content of mango and apple fruit peels was evaluated with 0.2 N Folin—
Ciocalteu (FC) reagent, and gallic acid was used as a reference standard [24,25]. For each
treatment, the diluted mango and apple peel extracts were mixed with 750 uL of FC reagent
and incubated for 5 min. 500 pL of sodium carbonate (Na,COg3, 75 gL_l) were added to
the reaction mixture followed by 15 min incubation. The absorbance was measured at
760 nm and total phenolic content was calculated as mg gallic acid equivalent/g of fresh
weight (gFW).

2.4.3. Total Flavonoid Content

To determine the total flavonoid content, the diluted mango and apple peel extracts
from each treatment were mixed with 200 uL of sodium nitrite (NaNO,, 5%) and incubated
for 5 min at room temperature. Then, 200 pL of aluminum chloride (AICl3, 10%) and 1.5 mL
of sodium hydroxide (NaOH, 1 M) were added to the reaction mixture and absorbance
was measured at 510 nm. The total flavonoid content was calculated as mg quercetin
equivalent/gFW [26].

2.5. Flavonoid and Anthocyanin Characterization (HPLC)

Analysis was conducted on peels of mango (cv. Kent) and apple (cv. Cripps Pink)
fruit after cold storage, to identify and quantify the flavonoids and anthocyanins in the
fruit peel. 0.3 g of peel samples were used for extraction (2 mL, methanol:water:acetic acid,
11:5:1, v/v) [27]. Anthocyanins and flavonols were quantified as described by [28].

The experiment was conducted according to [29]. High-performance liquid chromatog-
raphy (HPLC) (Shimatzu, Kyoto, Japan) equipped with an LC-10AT pump, an SCL-10A
controller, and an SPD-M10AVP photodiode array detector. Extracts were loaded onto
an RP-18 column (Vydac 201TP54) and separated at 27 °C with the following solutions:
(A) H20, pH 2.3, and (B) H20:MeCN:HOACc (107:50:40), pH 2.3. Solutions were applied as
a linear gradient from a ratio of 4:1 (A:B) to 3:7 over 45 min and held at a ratio of 3:7 for
an additional 10 min at a flow rate of 0.5 mL/min. Anthocyanidins and flavonoids were
identified by comparing both the retention time and the absorption spectrum at 250-650 nm
with those of standard purified anthocyanins and flavonols (ChemFaces, Wuhan), China
and Extrasynthase (Genay, France). Identification and quantification of anthocyanins and
flavonols were done using reference standards, and concentrations were expressed as peak
area/gram of FW.

2.6. Statistical Analysis

Data are represented as mean value =+ standard error (SE). Multifactorial analysis
of variance (One-way ANOVA, Tukey—Kramer HSD test) and Wilcoxon non-parametric
comparison were performed using JMP (JMP Pro 15 software, SAS Institute, Cary, NC,
USA). Different letters represent a statistically significant difference (p < 0.05) among
different treatments at the same time point.

3. Results

The effect of preharvest Phe spraying on the redness of mango (cv. Kent and Shelly)
and apple (cv. Cripps Pink and Gala) fruit peel was evaluated in comparison to untreated
control fruit and the positive control of PDJ treated fruit. Fruit treated with either Phe or
PDJ at harvest and after shelf-life storage had a significantly higher red color intensity of
the peel in mango and apple fruit compared to the control (Figures 1A, 2A, S1A and S2A).
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The percentage of surface coverage of the red color in the mango (cv. Kent and Shelly) fruit
peel at all evaluated time points was significantly higher in most treatments (Figures 1B
and S1B). Phe and PD]J significantly increased the red color surface coverage in almost all
treated apples (cv. Gala) and increased the red color surface in treated ‘Cripps pink’ apples
(Figures 2B and 52B). Hue values at the reddest point on the fruit peel were evaluated at
several time points (harvest, after CS, and after SL) for mango (cv. Kent and Shelly) and
apple (cv. Cripps pink and Gala) fruit. In general, Phe and PD]J treatments decreased hue
values (wheel of colors, where 120 is for green color; 0-40 represents red color) in almost all
treated fruit (Figures 1C, 2C, S1C, S2C and S3A,C). This trend was especially apparent in
mango (cv. Kent) and apple (cv. Gala) fruit, where hue values of treated fruit significantly
decreased compared to control fruit both at harvest and after SL (Figures 1C, S2A and
S3A). In mango (cv. Shelly), fruit peel color varied similarly at harvest from 70.3 in control
to 43.9-21.2 in treated fruit at this time point (Figure S1C). In apple (cv. Cripps pink),
even though treated apples had significantly lower hue values at their reddest point com-
pared to the control, all the treated and untreated fruit were within the orange color range
(Figures 2C and S3C). The Red-Green color range, which is represented by a* value, is
directly proportional to the red-green color intensity. Higher and positive a* values cor-
relate with more intense red color, whereas lower positive and negative values correlate
with yellow and green color intensities, respectively. Phe and PDJ significantly increased
a* values in most mango (cv. Kent and Shelly) and apple (cv. Gala) treated fruit. a* value
of apple (cv. Cripps pink) also increased after Phe treatment compared to the control
(Figures 1D, Figure 2D, S1D, S2D, S3B,D).
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Figure 1. Red color evaluation of ‘Kent’ mango fruit peel. "Kent” mango orchards were sprayed with
0.12% phenylalanine (Phe) or 0.2% prohydrojasmon (PDJ), one or two weeks preharvest. The fruit
was evaluated at harvest (T0), after cold storage (CS, 3 weeks at 12 °C), and after shelf life (SL, 7 days
at 22 °C). (A) Red color intensity (index 0-5). (B) Red surface area (% of fruit coverage). (C) Color
(Hue value of the reddest point). (D) Green-red color range (a* value). (E) Representative pictures of
“Kent” mango boxes after shelf-life storage. Mean values and standard errors are presented. Statistical
analysis was conducted for each time point separately (small or capital letters). Different letters
represent a significant difference (p < 0.05).
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Figure 2. Red color evaluation of apple (cv. Cripps pink) peel. Apple orchard was sprayed preharvest
with 0.12% phenylalanine (Phe) and/or 0.2% prohydrojasmon (PDJ). The fruit was evaluated at 3-time
points: at harvest, after cold storage (CS, 3 weeks at 2 °C), and after shelf life (SL, 7 days at 20 °C).
(A) Red color intensity (index 0-5). (B) Red surface area (% of fruit coverage). (C) Color (hue value at
the reddest point). (D) Green-red color range (a* value at the reddest point). (E,F). Representative
pictures of Cripps pink apple box after shelf-life storage. Mean values and standard errors are
presented. Statistical analysis was conducted for each time point separately (small or capital letters).
Different letters represent a significant difference (p < 0.05).

The results described above were experiments conducted on apple cultivars (cv. “Anna,’
‘Starking Delicious, and ‘Cripps Pink’) and mango cultivars (cv. ‘Shelly’ and ‘“Tommy
Atkins’) in the following year, which showed a similar trend (Tables S1-S3). The fruit
treated preharvest with Phe showed a significant increase in red color intensity and red
color surface of almost all treatments compared to control. Moreover, hue values generally
decreased and a* value was usually increased (Tables S1 and S2).

Preharvest application of Phe in various concentrations showed that an increase
in Phe concentration better induced the red color until optimum results at 0.12% Phe
(Tables S1, S2 and S6). Phe at 0.12% increased the red color area and intensity in the fruit
peel significantly better compared to lower concentrations as Phe at 0.01%, which was
applied to apple (cv. Starking Delicious and Cripps pink) and mango (cv. Shelly) orchards
(Table S1). Higher concentration (0.24%) did not contribute to better results of red color
accumulation (Tables S1-S3). In the examination of the best time to apply Phe preharvest,
it seems that in most experiments 2 weeks preharvest led to the best induction of red peel
color (Tables S1-53). While in Starking apples the application of 4 weeks preharvest was
optimal for inducing red color (Table S4). A combination of several applications usually
did not further induce the red color (Tables 52-54). This induction of red color by preharvest
application of Phe was correlated to a small decrease in decay incidence and severity in mango
fruit (cv. Kent, Shelly, and Tommy) and inconclusive results in apple fruit (Tables S6 and S7).

Preharvest application of Phe increased the antioxidant activity in mango (cv. Kent
and Shelly) and apple (cv. Cripps pink) fruit peels (Figures 3A,D and S4A). Phe also
increased total phenolics and flavonoid content in most treatments in mango (cv. Kent and
Shelly) and apple (cv. Cripps pink) fruit peels (Figures 3B,C,E,F and S4B,C). Trends of total
phenolic and flavonoid contents correlate to the level of antioxidant activity in mango fruit
(cv. Kent and Shelly) both after CS and after SL, and in apple (cv. Cripps pink) after SL
(Figures 3 and S4). In both mango cultivars (cv. Kent and Shelly), combined treatment of
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PDJ 2w + Phe 2w had the highest antioxidant activity (Figures 3A and S4A). However, in
apples (cv. Cripps pink), Phe 2w and Phe 3w treatments had the highest antioxidant activity
at harvest and after CS and SL, respectively (Figure 3D). The highest quantity of flavonoid
content in mango (cv. Kent) was measured in the PDJ 2w treatment and PDJ 2w + Phe
2w treatment in mango (cv. Shelly) (Figures 3C and 54C). Quantification of total phenolic
content showed a similar trend in ‘Kent’ mango and ‘Shelly” mango after CS (Figures 3B
and 54B). In apple (cv. Cripps pink), total phenolics and flavonoid content were highest in
Phe 2w or 3w treatments, similar to its antioxidant evaluation (Figure 3).
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Figure 3. Effect of preharvest treatment with 0.12% Phe or 0.2% PDJ on antioxidant, phenolic,
and flavonoid content in mango (cv. Kent) and apple fruit (cv. Cripps pink) at harvest, after cold
storage (CS), and shelf-life (SL). Antioxidant activity, total phenolic, and total flavonoid content were
evaluated from mango peels (cv. Kent) (A-C), apple (cv. Cripps pink) (D-F) peels. Mean values
and standard errors are presented. Statistical analysis was conducted for each time point separately
(small or capital letters). Different letters represent significant differences (p < 0.05).

The fluorescence of chlorophyll, flavonoids, and anthocyanins in the fruit peel was
evaluated at the reddest point of all mango (cv. Kent and Shelly) and apple (cv. Cripps pink
and Gala) fruit. Chlorophyll fluorescence decreased in almost all the Phe treated mango
(cv. Kent and Shelly) and apple (cv. Cripps pink and Gala) fruits, and almost all treatments
presented statistical significance (Figures 4A,D, S5A,D and S6A,D).

‘Kent” mango had a significant increase in flavonoid fluorescence in all Phe treatments
compared to the control both after harvest and after SL (Figures 4B and S6B). Similarly,
‘Shelly” mango also showed an increase in flavonoids in all Phe treatments at harvest and
after CS, however, after SL storage, no difference between the treatments was observed
(Figure S6B). Apple (cv. Cripps pink and Gala) showed increased flavonoid fluorescence in
treated fruit at harvest, while flavonoid fluorescence did not increase in treated fruit after
SL storage (Figures 4F, S5E and S6E). Phe and PDJ increased anthocyanin fluorescence in all
treated fruit. The highest level of anthocyanins was detected mainly in Phe 2w and Phe 3w
and their combination with other treatments in both mango (cv. Kent and Shelly) and apple
(cv. Cripps pink) after SL. Apple (cv. Gala) presented the highest level of anthocyanins in
Phe 1w treatment and its combinations (Figures 4C,F, S5C,F and S6C,F).
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Figure 4. Effect of preharvest treatment of Phe and PDJ on chlorophyll, anthocyanin, and flavonoids
fluorescence. Mango (cv. Kent, A—C) and apple (cv. Cripps pink, D-F) orchards were treated
1-3 weeks (1W, 2W, 3W) preharvest with 0.12% Phe or 0.2% PDJ and chlorophyll, anthocyanin, and
flavonoids fluorescence at the reddest point of the fruit peel was analyzed at 3-time points: after
harvest, after cold storage (CS), and after shelf-life (SL). (A,D) Chlorophyll fluorescence (SFR_R).
(B,E) Flavonoids fluorescence (FLAV). (C,F) Anthocyanin fluorescence (ANTH_RG). Mean values
and standard errors are presented. Statistical analysis was conducted for each time point separately
(small and capital letters). Different letters represent significant differences (p < 0.05).

Quantification and identification of metabolites in mango (cv. Kent) and apple
(cv. Cripps pink) fruits treated with Phe or PDJ after cold storage was performed us-
ing HPLC analysis (Figure 5). In apple (cv. Cripps pink) peel, three types of compounds
were detected related to the phenylpropanoid pathway: anthocyanins, flavonols, and
dihydrochalcones, while in mango peel only anthocyanins and flavonols were detected
(Figure 5). Both apple and mango peels from fruit treated with Phe had significantly higher
levels of anthocyanins in the sample, compared to the control (Figure 5A,D). In mango, the
anthocyanins content increased by 11.7 fold in the Phe 2w treatment. While the highest
levels of anthocyanins and flavonols in apple (cv. Cripps pink) peel were observed in
Phe 1w treatment, with an increase in anthocyanins and flavonols by 9.3 and 3.3 folds,
respectively, compared to control (Figure 5). These levels of increase suggest a major shift
in biosynthetic activity. Similarly, the total amount of dihydrochalcones detected in Phe
treated apple samples was higher compared to the control (Figure 5C). Unlike mango,
apple peel samples contained a significantly higher amount of flavonols in Phe treated fruit
compared to the control (Figure 5B,E).

Eight flavonols were detected in mango (cv. Kent) peel: quercetin-3-O-galactoside
(26.1 min, Qu-gal), quercetin-3-O-glucoside (27.2 min, Qu-glc), quercetin-3-O-xyloside
(28.4 min, Qu-xyl), quercetin-3-O-arabinopyranoside (29.6 min, Qu-arap), quercetin-3-
O-arabinofuranoside (30.4 min, Qu-araf), quercetin-3-O-rhamnoside (31.8 min, Qu-rha),
kaempferol-3-O-glucoside (32.8 min, Ka-glc) and unknown compound (47.1 min)
(Figure 5E). The ratios between the different flavonols within each treatment were simi-
lar, indicating that the treatment did not change the synthesis of individual compounds
(Figures 5E and S7). In apple peels, seven flavonols were revealed (Figures 5B and S8).
The chromatogram As opposed to mango (cv. Kent) peel analysis, several minor changes
in composition levels were detected between treated fruit to control in apple (cv. Cripps
pink) peel. For example, quercetin-3-O-galactoside (Qu-gal, 26.4 min) and quercetin-3-
glucoside (Qu-glc, 27.6 min) showed a slightly higher level in treatments compared to
the control, while quercetin-3-rhamnoside (Qu-rha, 32.3 min) and quercetin 3-xyloside



Antioxidants 2022, 11, 491

90f13

Total anthocyanins
(Peak area / gFW (x106))

Total anthocyanins
(Peak area / gFW (x106))

500

400

300

200

100

60

50

40

30

20

10

Cy4
Cy3
Cy2
Cy-gal

Control Phe 1w Phe 2w PDJ 2w

Cy-gal

MCy-gal

HA

Control Phe 1w Phe 2w PDJ 2w

——HHH >

@

(Qu-xyl, 28.8 min) showed lower levels in treated fruit compared to control. Most of the
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Figure 5. Quantification of metabolites using HPLC in mango and apple fruit peel. Mango (cv. Kent)
and apple (cv. Cripps pink) were sprayed with 0.12% phenylalanine (Phe) or 0.2% prohydrojasmon
(PDJ) one or two weeks preharvest. Apple (A-C) and mango (D,E) peels were analyzed after 3 weeks
of cold storage at 2 °C and 12 °C, respectively. (A,D) Anthocyanin content in apple and mango,
respectively. (B,E) Flavonol content in apple and mango, respectively. (C) Dihydrochalcones in apple.
All the values expressed as Peak area/gFW (x10°). Mean values and standard errors are presented.
Different letters represent significant differences for total content (p < 0.05).

Mango contained only two anthocyanins: cyaniding-3-O-f3-D-galactoside (11.3 min,
Cy-gal) and 7-O-methylcyanidin 3-O-f3-D-galactopyranoside (20.9 min, MCy-gal)
(Figure 5D). 7-O-methylcyanidin 3-O-p3-D-galactopyranoside was the main anthocyanin
compound in mango fruit (Figure 5D and Figure S7). Anthocyanins apple (cv. Cripps
pink) samples contained four cyanidin derivatives: cyanidin 3-galactoside (11.4 min, Cy-
gal), and three unknown derivatives of cyanidin (18.0 min, 22.7 min, and 24.1 min) were
detected. According to the literature, the most abundant peak in apple peels is cyanidin
galactoside which has been identified before in ‘Cripps Pink’ [30,31]. The other cyanidin
derivative peaks (Cy2, Cy3 and Cy4) in our study on apple peels could probably be des-
ignated as cyanidin 3-arabinoside, cyanidin 3-glucoside, cyanidin 3-xyloside [32,33]. All
treatments presented similar ratios between the anthocyanin compounds, with cyanidin
3-galactoside being the main derivative detected (Figure 5). Dihydrochalcones, which were
detected in apple peel as phloretin derivatives, also had a similar ratio in the control and
treated fruit, including both phloridzin (35.1 min) and an unknown derivative of phloretin
(31.7 min) (Figure 5C). The phloretin derivative could probably be designated as phloretin
2-xyloglucoside [34]. In summary, it seems that preharvest Phe treatment increases the
biosynthesis of flavonoids, anthocyanins, and dihydrochalcones, while keeping a similar
ratio of the compounds as in the control (Figure 5).



Antioxidants 2022, 11, 491

10 0f 13

4. Discussion

Red color is important for the marketability of fruit. Redder fruit can help decrease
food loss and also contribute to customer health [10]. Red color of mango, apple, and other
fruit peels is associated with the secondary metabolites named anthocyanins. In this work,
we evaluated the effect of preharvest Phe application as a relatively cheap and eco-friendly
method [17] on the induction of the red color of mango (cv. Kent, Tommy Atkins, and
Shelly) and apple (cv. Starking Delicious, Gala and Cripps Pink) fruit peel exposed to direct
sunlight. The main finding of this research is that preharvest application of phenylalanine
in combination with sunlight radiation, results in the induction of anthocyanin biosynthesis,
enhanced red color of the mango and apple fruit peel, and an increase in antioxidant activity.

Phenylalanine, a naturally occurring aromatic amino acid derived from the shikimate
pathway [13], is the precursor for the phenylpropanoid biosynthetic pathway, where
anthocyanins are among the secondary metabolites of the downstream pathway, which
contribute to the accumulation of red color in the fruit peel [9]. Phe treatment increased
flavonols and fragrance related to upstream of the phenylpropanoid pathway in various
flowers but did not lead to the accumulation of anthocyanins and red color in flowers
as well as Arabidopsis, tomato, chrysanthemum and petunia leaves [15,16,35]. Similarly,
postharvest application to various fruits increased flavonols but did not increase the red
color of fruit [17].

Flavonoid and phenylpropanoid pathways are defense mechanisms in the plant which
are tightly regulated and induced in response to biotic or abiotic stress, that is, pathogens
or sunlight [11,12]. Thus, Phe application induces flavonols production but does not
increase the production of anthocyanins unless the downstream of the pathway is induced.
Therefore, in this work, we show that preharvest treatment with phenylalanine on mango
or apple fruit accompanied by sunlight radiation led to an induction of red color coverage
and intensity of the peel. The increase in red coloration occurred in fruit on the outer side
of the canopy, due to sunlight exposure. Indeed, sunlight radiation is known to induce the
phenylpropanoid pathway in various plants, including mango and apple fruit [6,18,21,36].

The current study also applied prohydrojasmon (PD]J), an analog of Jasmonic acid
phytohormone as a positive control, after having been described as effective in red color
induction of the fruit peel [29]. Although Phe showed similar results as did PDJ, the mode
of action of Phe seems to be as a precursor of phenylpropanoid pathway and not in a
hormone-like manner. Phenylalanine also has an economic advantage that makes it more
affordable compared to PD]J.

Previous studies reported that preharvest treatment of mango fruit (cv. Kent, Shelly,
and Maya) with PDJ and ABA exposed to sunlight, increased the red color intensity and
coverage of the fruit peel [21,29]. Similarly, both in apple and mango fruit, the red color
surface coverage and intensity of the peel have increased due to the preharvest application
of phenylalanine in combination with sunlight (Figures 1 and 2). Shafiq and Singh have
shown that phenylalanine at a concentration of 0.01% which was applied about 4 weeks
preharvest increased the red color and anthocyanins of ‘Cripps Pink” apples [37]. Here,
various concentrations of Phe on both mango and apple fruit were tested on a larger scale
in both mango and apples and at different years, finding that a higher concentration of
0.12% was much more efficient in inducing red color than the application of 0.01% of Phe
(Tables S1, S3 and S4). It seems that increase concertation up to 0.12% led to an increase in
red color in mango and apple peel (Tables S1 and S2).

The intensity of the red color, a*, and hue value measurements showed that Phe
treated fruit at 0.12% had a redder and more intense red peel color, whereas the fruit
in the control group had a lighter intensity red color varying from orange to yellow
colors (Figures 1 and 2). Similarly, preharvest applications of Methyl Jasmonate (M]) and
prohydrojasmon (PD]) were reported to increase a* values and reduce hue values in mango
fruit (cv. Mahachanok) [4,21].

The phenylpropanoid pathway is responsible for the synthesis of flavonoids and
anthocyanins [38]. Preharvest treatment with Phe significantly increased anthocyanin levels
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both in mango (cv. Kent) and in apple (cv. Cripps pink) fruit, while flavonoid levels were
either increased or unchanged (Figures S5 and S6). Further phenylpropanoid metabolic
analysis was done by HPLC, which showed a significant increase in total anthocyanin and
flavonols levels compared to control in apple (cv. Cripps pink) and in anthocyanin levels
in mango (cv. Kent) with almost no effect on the compound composition (Figure 5). As a
comparison, mango fruit exposed to sunlight showed an increase of the same flavonoids
in comparison to fruit from the inside of the tree canopy [8]. Due to the increase in
flavonols and anthocyanins, which have antioxidative properties, it has been observed
that preharvest application with phenylalanine also improved antioxidant activity both in
mango and apple fruit (Figures 3-5). Indeed, a positive correlation between total phenolic
and flavonoid content and the level of antioxidant activity was found in different apple
varieties [39].

5. Conclusions

Preharvest treatment of Phenylalanine in combination with sunlight radiation in-
creased the phenylpropanoid biosynthesis pathway, leading to an increase in the coverage
and intensity of red-colored peel fruit in various mango and apple cultivars. Phe application
increased the phenolic and flavonoid contents due to the activation of the phenylpropanoid
pathway, which in combination with sunlight radiation led to the biosynthesis of an-
thocyanins that directly contribute to the red color of the peel and have health benefits.
This study provides an effective new method of Phe spray at the orchard to improve the
appearance of the fruit and its health benefits.

6. Patents

Provisional Patent Application No. 63/134,403 and 63/164,051, titled “Methods for
improving fruit quality.”

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/antiox11030491/s1.

Author Contributions: Conceptualization, N.A.; methodology, M.F. and M.K.P; validation, N.A.;
formal analysis, M.F.,, M.K.P,, R.O., D.M. and O.F; resources, N.A. and M.O.-S.; data curation, M.E,,
R.O., D.M. and O.F,; writing—original draft preparation, M.EF,; writing—review and editing, M.E,,
M.K.P, R.O. and N.A; supervision; project administration; funding acquisition. All authors have
read and agreed to the published version of the manuscript.

Funding: This research was funded by Copia and PostBoost, grant number 430-0875-Y-88.
Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data is contained within the article or supplementary material .

Acknowledgments: We thank Yigal Elad for his advices. We thank Copia Company, Galit Sharabani,
Eyal Cohen and Ohad Zuckerman for their consult and support. A special thanks for Amos Ovadia
for conducting all the field experiment.

Conflicts of Interest: The authors declare no conflict of interest.

1. Porter, S.D.; Reay, D.S.; Bomberg, E.; Higgins, P. Avoidable food losses and associated production-phase greenhouse gas emissions
arising from application of cosmetic standards to fresh fruit and vegetables in Europe and the UK. J. Clean. Prod 2018, 201, 869-878.

[CrossRef]

2. Dar, J.A,; Wani, A.A.; Ahmed, M.; Nazir, R.; Zargar, S.M.; Javaid, K. Peel colour in apple (Malus domestica Borkh.): An economic
quality parameter in fruit market. Sci. Hortic. 2019, 244, 50-60. [CrossRef]

3. Barrett, D.M.; Beaulieu, ].C.; Shewfelt, R. Color, flavor, texture, and nutritional quality of fresh-cut fruits and vegetables: Desirable
levels, instrumental and sensory measurement, and the effects of processing. Crit. Rev. Food Sci. Nutr. 2010, 50, 369-389.

[CrossRef]


https://www.mdpi.com/article/10.3390/antiox11030491/
https://www.mdpi.com/article/10.3390/antiox11030491/
http://doi.org/10.1016/j.jclepro.2018.08.079
http://doi.org/10.1016/j.scienta.2018.09.029
http://doi.org/10.1080/10408391003626322

Antioxidants 2022, 11, 491 12 of 13

10.

11.
12.

13.
14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Muengkaew, R.; Chaiprasart, P.; Warrington, I. Changing of physiochemical properties and color development of mango fruit
sprayed methyl jasmonate. Sci. Hortic. 2016, 198, 70-77. [CrossRef]

Saure, M.C. External control of anthocyanin formation in apple. Sci. Hortic. 1990, 42, 181-218. [CrossRef]

Sivankalyani, V.; Feygenberg, O.; Diskin, S.; Wright, B.; Alkan, N. Increased anthocyanin and flavonoids in mango fruit peel are
associated with cold and pathogen resistance. Postharvest Biol. Technol. 2016, 111, 132-139. [CrossRef]

Sudheeran, PK.; Ovadia, R.; Galsarker, O.; Maoz, I; Sela, N.; Maurer, D.; Alkan, N. Glycosylated flavonoids: Fruit’s concealed
antifungal arsenal. New Phytol. 2020, 225, 1788-1798. [CrossRef]

Sudheeran, PK; Feygenberg, O.; Maurer, D.; Alkan, N. Improved cold tolerance of mango fruit with enhanced anthocyanin and
flavonoid contents. Molecules 2018, 23, 1832. [CrossRef]

Fernandez-Loépez, ].A.; Fernandez-Lled6, V.; Angosto, ]. M. New insights into red plant pigments: More than just natural colorants.
RSC Adv. 2020, 10, 24669-24682. [CrossRef]

Khoo, H.E.; Azlan, A.; Tang, S.T.; Lim, S.M. Anthocyanidins and anthocyanins: Colored pigments as food, pharmaceutical
ingredients, and the potential health benefits. Food Nutr. Res. 2017, 61, 1361779. [CrossRef]

Treutter, D. Significance of flavonoids in plant resistance: A review. Environ. Chem. Lett. 2006, 4, 147-157. [CrossRef]

Naing, A.H.; Kim, C.K. Abiotic stress-induced anthocyanins in plants: Their role in tolerance to abiotic stresses. Physiol. Plant.
2021, 172, 1711-1723. [CrossRef] [PubMed]

Fraser, C.M.; Chapple, C. The Arabidopsis Book; American Society of Plant Biologists: Rockville, MD, USA, 2011; p. 9.

Dixon, R.A.; Achnine, L.; Kota, P,; Liu, C.J.; Reddy, M.S.; Wang, L. The phenylpropanoid pathway and plant defense—A genomics
perspective. Mol. Plant Pathol. 2002, 3, 371-390. [CrossRef] [PubMed]

Oliva, M.; Hatan, E.; Kumar, V.; Galsurker, O.; Nisim-Levi, A.; Ovadia, R.; Oren-Shamir, M. Increased phenylalanine levels in
plant leaves reduces susceptibility to Botrytis cinerea. Plant Sci. 2020, 290, 110289. [CrossRef] [PubMed]

Kumar, V,; Hatan, E.; Bar, E.; Davidovich-Rikanati, R.; Doron-Faigenboim, A.; Elad, Y.; Alkan, N.; Lewinsohn, E.; Spitzer-Rimon,
B.; Oren-Shamir, M. Phenylalanine increases Chrysanthemum flower immunity against Botrytis cinerea attack. Plant . 2020, 104,
226-240. [CrossRef]

Patel, M.K.; Maurer, D.; Feygenberg, O.; Ovadia, A.; Elad, Y.; Oren-Shamir, M.; Alkan, N. Phenylalanine: A promising inducer of
fruit resistance to postharvest pathogens. Foods 2020, 9, 646. [CrossRef] [PubMed]

Hamadziripi, E.T.; Theron, K.I,; Muller, M.; Steyn, W.J. Apple compositional and peel color differences resulting from canopy
microclimate affect consumer preference for eating quality and appearance. Hortic. Sci. 2014, 49, 384-392. [CrossRef]

Crupi, P; Alba, V.; Masi, G.; Caputo, A.R,; Tarricone, L. Effect of two exogenous plant growth regulators on the color and quality
parameters of seedless table grape berries. Food Res. Int. 2019, 126, 108667. [CrossRef]

Crupi, P; Palattella, D.; Corbo, E; Clodoveo, M.L.; Masi, G.; Caputo, A.R.; Battista, F; Tarricone, L. Effect of pre-harvest inactivated
yeast treatment on the anthocyanin content and quality of table grapes. Food Chem. 2021, 337, 128006. [CrossRef]

Sudheeran, PK.; Maurer, D.; Feygenberg, O.; Love, C.; Alkan, N. Improving the red color and fruit quality of ‘Kent’ mango fruit
by pruning and preharvest spraying of prohydrojasmon or abscisic acid. Agronomy 2020, 10, 944.

Saeed, N.; Khan, M.R,; Shabbir, M. Antioxidant activity, total phenolic and total flavonoid contents of whole plant extracts Torilis
leptophylla L. BMC Complement Altern. Med. 2012, 12, 221. [CrossRef]

Patel, M.K.; Mishra, A ; Jaiswar, S.; Jha, B. Metabolic profiling and scavenging activities of developing circumscissile fruit of
psyllium (Plantago ovata Forssk.) reveal variation in primary and secondary metabolites. BMC Plant Biol. 2020, 20, 116. [CrossRef]
[PubMed]

Hazra, B.; Biswas, S.; Mandal, N. Antioxidant and free radical scavenging activity of Spondias pinnata. BMC Complement Altern.
Med. 2008, 8, 63. [CrossRef] [PubMed]

Patel, M.K.; Mishra, A.; Jha, B. Non-targeted metabolite profiling and scavenging activity unveil the nutraceutical potential of
psyllium (Plantago ovata Forsk). Front. Plant Sci. 2016, 7, 431. [CrossRef]

Zhishen, J.; Mengcheng, T.; Jianming, W. The determination of flavonoid in mulberry and their scavenging effects on superoxide
radicals. Food Chem. 1999, 64, 555-559. [CrossRef]

Markham, K.R.; Ofman, D.J. Lisianthus flavonoid pigments and factors influencing their expression in flower colour. Phytochem-
istry 1993, 34, 679-685. [CrossRef]

Sapir, M.; Oren-Shamir, M.; Ovadia, R.; Reuveni, M.; Evenor, D.; Tadmor, Y.; Levin, I. Molecular aspects of Anthocyanin fruit
tomato in relation to high pigment-1. J. Hered 2008, 99, 292-303. [CrossRef] [PubMed]

Sudheeran, PK.; Love, C.; Feygenberg, O.; Maurer, D.; Ovadia, R.; Oren-Shamir, M.; Alkan, N. Induction of red skin and
improvement of fruit quality in ‘Kent’, ‘Maya’ mangoes by preharvest spraying of prohydrojasmon at the orchard. Postharvest
Biol. Technol. 2019, 149, 18-26. [CrossRef]

Wan Sembok, W.Z.B. Regulation of Fruit Colour Development, Quality, and Storage Life of ‘Cripps Pink” Apples with Deficit
Irrigation and Plant Bioregulators. Ph.D. Thesis, Curtin University of Technology, Perth, Australia, 2009; pp. 1-242.

Hoang, N.T.; Golding, J.B.; Wilkes, M. A. The effect of postharvest 1-MCP treatment and storage atmosphere on ‘Cripps Pink’
apple phenolics and antioxidant activity. Food Chem. 2011, 127, 1249-1256. [CrossRef]

Honda, C.; Kotoda, N.; Wada, M.; Kondo, S.; Kobayashi, S.; Soejima, J.; Zhang, Z.; Tsuda, T.; Moriguchi, T. Anthocyanin
biosynthetic genes are coordinately expressed during red coloration in apple skin. Plant Physiol. Biochem. 2002, 40, 955-962.
[CrossRef]


http://doi.org/10.1016/j.scienta.2015.11.033
http://doi.org/10.1016/0304-4238(90)90082-P
http://doi.org/10.1016/j.postharvbio.2015.08.001
http://doi.org/10.1111/nph.16251
http://doi.org/10.3390/molecules23071832
http://doi.org/10.1039/D0RA03514A
http://doi.org/10.1080/16546628.2017.1361779
http://doi.org/10.1007/s10311-006-0068-8
http://doi.org/10.1111/ppl.13373
http://www.ncbi.nlm.nih.gov/pubmed/33605458
http://doi.org/10.1046/j.1364-3703.2002.00131.x
http://www.ncbi.nlm.nih.gov/pubmed/20569344
http://doi.org/10.1016/j.plantsci.2019.110289
http://www.ncbi.nlm.nih.gov/pubmed/31779900
http://doi.org/10.1111/tpj.14919
http://doi.org/10.3390/foods9050646
http://www.ncbi.nlm.nih.gov/pubmed/32443417
http://doi.org/10.21273/HORTSCI.49.3.384
http://doi.org/10.1016/j.foodres.2019.108667
http://doi.org/10.1016/j.foodchem.2020.128006
http://doi.org/10.1186/1472-6882-12-221
http://doi.org/10.1186/s12870-020-2318-5
http://www.ncbi.nlm.nih.gov/pubmed/32171251
http://doi.org/10.1186/1472-6882-8-63
http://www.ncbi.nlm.nih.gov/pubmed/19068130
http://doi.org/10.3389/fpls.2016.00431
http://doi.org/10.1016/S0308-8146(98)00102-2
http://doi.org/10.1016/0031-9422(93)85339-S
http://doi.org/10.1093/jhered/esm128
http://www.ncbi.nlm.nih.gov/pubmed/18344529
http://doi.org/10.1016/j.postharvbio.2018.11.014
http://doi.org/10.1016/j.foodchem.2011.01.052
http://doi.org/10.1016/S0981-9428(02)01454-7

Antioxidants 2022, 11, 491 13 of 13

33.

34.

35.

36.

37.

38.

39.

Vrhovsek, U.; Rigo, A.; Tonon, D.; Mattivi, F. Quantitation of polyphenols in different apple varieties. J. Agric. Food Chem. 2004,
52, 6532-6538. [CrossRef] [PubMed]

Wojdyto, A.; Oszmiarnski, J.; Laskowski, P. Polyphenolic compounds and antioxidant activity of new and old apple varieties. J.
Agric. Food Chem. 2008, 56, 6520-6530. [CrossRef] [PubMed]

Kumar, V,; Elazari, Y.; Ovadia, R.; Bar, E.; Nissim-Levi, A.; Carmi, N.; Lewinsohn, E.; Oren-Shamir, M. Phenylalanine treatment
generates scent in flowers by increased production of phenylpropanoid-benzenoid volatiles. Postharvest Biol. Technol. 2021,
181, 111657. [CrossRef]

Matus, J.T.; Loyola, R.; Vega, A.; Pefia-Neira, A.; Bordeu, E.; Arce-Johnson, P.; Alcalde, ]J.A. Post-veraison sunlight exposure
induces MYB-mediated transcriptional regulation of anthocyanin and flavonol synthesis in berry skins of Vitis vinifera. J. Exp. Bot.
2009, 60, 853-867. [CrossRef] [PubMed]

Shafig, M.; Singh, Z. Preharvest spray application of phenylpropanoids influences accumulation of anthocyanin and flavonoids
in ‘Cripps Pink” apple skin. Sci. Hortic. 2018, 233, 141-148. [CrossRef]

Davies, K.M.; Jibran, R.; Zhou, Y.; Albert, N.W.; Brummell, D.A.; Jordan, B.R.; Bowman, J.L.; Schwinn, K.E. The evolution of
flavonoid biosynthesis: A bryophyte perspective. Front. Plant Sci. 2020, 11, 7. [CrossRef] [PubMed]

Vieira, FG.K.; Borges, G.D.S.C.; Copetti, C.; Di Pietro, PF,; da Costa Nunes, E.; Fett, R. Phenolic compounds and antioxidant
activity of the apple flesh and peel of eleven cultivars grown in Brazil. Sci. Hortic. 2011, 128, 261-266. [CrossRef]


http://doi.org/10.1021/jf049317z
http://www.ncbi.nlm.nih.gov/pubmed/15479019
http://doi.org/10.1021/jf800510j
http://www.ncbi.nlm.nih.gov/pubmed/18611028
http://doi.org/10.1016/j.postharvbio.2021.111657
http://doi.org/10.1093/jxb/ern336
http://www.ncbi.nlm.nih.gov/pubmed/19129169
http://doi.org/10.1016/j.scienta.2018.01.020
http://doi.org/10.3389/fpls.2020.00007
http://www.ncbi.nlm.nih.gov/pubmed/32117358
http://doi.org/10.1016/j.scienta.2011.01.032

	Introduction 
	Materials and Methods 
	Plant Material, Preharvest Spray, Harvest, and Storage 
	Measurements of Fruit Skin Color 
	Red Color Evaluation 
	Chroma Measurement 
	Estimation of Chlorophyll, Anthocyanins, and Flavonoids in Fruit Skin 

	Decay Evaluation 
	Extract Preparation 
	DPPH Assay 
	Total Phenolic Content 
	Total Flavonoid Content 

	Flavonoid and Anthocyanin Characterization (HPLC) 
	Statistical Analysis 

	Results 
	Discussion 
	Conclusions 
	Patents 
	References

