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Abstract: This study investigated the effect of enzymatic hydrolysis of banana bracts from different
varieties (Maga, Nanica and Prata) using pectinase, protease and cellulase (singly or in combinations)
on their antioxidant properties. The results showed that the antioxidant properties and total phenolic
compounds (TPC) of extracts increased after the enzymatic treatment with a clear synergistic effect
between the different enzymes. The ternary mixture of pectinase, protease and cellulase resulted in
increases of 458% and 678% in TPC content for extracts obtained from Mac¢a and Nanica varieties
and up to 65% in antioxidant properties of those produced from Prata variety compared to the non-
hydrolyzed samples. In general, the extracts obtained from the Prata variety showed the highest levels
of TPC, as well as antioxidant activity, as follows: 14.70 mg GAE g~ for TPC, 82.57 umol TE g~ for
ABTS, 22.26 umol TE g~ ! for DPPH and 47.09 umol TE g~ for FRAP. Phenolic compounds identified
by HPLC in extracts included p-coumaric, ferulic, sinapic and vanillic acids and the flavonoid rutin.
This study reported for the first time the enzymatic treatment applied to banana bracts as a promising
method to release antioxidant compounds, offering a new opportunity to explore these residues as a
source of molecules with high added value through an environmentally friendly and safe process.
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1. Introduction

Banana (Musa acuminata) is considered one of the most consumed fruits in the world
due to its highly nutritional value and is hence associated with economic interest. In 2020,
119 million tons of banana were produced in more than 150 countries of which India, China,
Brazil, Ecuador and Philippines are the major producers [1].

Concerning this chain of production, banana industry generates large amounts of
agricultural waste with high value-added. All banana plant structures such as fruit, pseu-
dostem, leaves, inflorescences and peel have been reported to have medicinal proper-
ties [2]. Bract, a part of banana inflorescence, also known as flower or blossom, is typically
treated as agricultural waste, although it is widely used in different regions for culinary
purposes and in folk medicine [3]. Banana inflorescence has gained scientific relevance
due to its variety of bioactive compounds and its associated beneficial health properties,
including antioxidant, anti-diabetic, anti-microbial, anti-inflammatory and cardiovascular-
protective activities [4-10].

In the last few years, the demand for functional ingredients has increased as well as the
interest in agricultural wastes due to its great source of bioactive compounds [11]. Several
studies have shown that the daily intake of plant-based foods such as vegetables, fruits and
whole grains can be an essential factor to protective effects on human health. The antioxi-
dant properties of these foods have been related to the presence of bioactive compounds,
such as polyphenols, which may have preventive effects for obesity, cancer, cardiovascular
and neurodegenerative diseases [12,13]. The protective role of phenolic compounds can be
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attributed to their antioxidant properties that prevent the formation of reactive species and
stabilizes free radicals through the transfer of electrons and hydrogen ions [14].

Bioactive compounds in plants are available in low concentrations; thereby, the develop-
ment of a proper method is one of the main challenges to extract these biomolecules [13,15].
Several strategies have been investigated to encourage sustainable methods, as an alterna-
tive to conventional extraction using organic solvents due to low environmental impact and
higher efficiency [16,17]. Examples of these methods include high pressure, pressurized
liquids, pulsed electric fields, microwaves and enzyme-assisted extraction (EAE). EAE
consists of the disruption of structures of the cell wall (cellulose, hemicellulose, lignin,
pectin and proteins) by hydrolysis using an enzyme as a catalyst with optimum exper-
imental conditions, in order to liberate the intracellular constituents, such as phenolic
compounds [18]. The proximate composition of the banana inflorescence is dependent on
banana species and cultivars, but in general, the high levels of carbohydrates (ranging from
10.18 to 95.61%) and proteins (ranging from 1.43 to 19.30%) deserve to be highlighted [19].
Thus, the addition of specific hydrolytic enzymes in the system allows the recovery of
several components. The use of enzymes, such as cellulases, pectinases and proteases,
has already been reported to be efficient for hydrolysis of plant substrates and recovery
of bioactive compounds [20-22]. Furthermore, it is a technology with low environmental
impact and high efficiency, due to the specificity and regioselectivity of the enzymes [23,24].

In this context, the aim of this study was to investigate the single and combined use of
different enzymes on the hydrolysis of three varieties of banana bracts (Maga, Nanica and
Prata) and their effects on the recovery of compounds with antioxidant properties.

2. Materials and Methods
2.1. Material and Reagents

Banana bracts from Maca and Prata varieties were collected from cultivated local
farmland (20°33/56.5” S, 46°05'21.1” W) in Capitdlio, state of Minas Gerais, Brazil. The
Nanica variety was donated by Magario company, Jaiba, Minas Gerais, Brazil.

ABTS ([2,2"-azino-bis(3-ethylbenzothiazoline-6-sulfonic acid)]), DPPH (2,2-diphenyl-1-
picrylhydrazyl), Trolox (6-hydroxy-2,5,7,8-tetramethylchroman-2-carboxylic acid), TPTZ
(2,4,6-tripyridyl-s-triazine), Folin & Ciocalteau’s phenol reagent, gallic acid, catechin,
vanillin and the commercial enzymes Flavourzyme™ (protease), Celluclast™ 1.5 L (cellu-
lase) and Pectinex™ Ultra Pulp (pectinase) were acquired from Sigma-Aldrich (Sao Paulo,
Brazil). All other chemicals were purchased as analytical grade.

2.2. Enzymatic Hydrolysis and Obtaining Banana Bract Extracts

Banana bract was separated from inflorescence, cleaned, ground, frozen and freeze-
dried; the powdered sample was stored in vacuum packs at —18 °C. For enzymatic hy-
drolysis, the substrate solution was prepared using 0.25 g of banana bracts and 25 mL of
phosphate buffer (100 mmol L~!, pH 5). Three different commercial enzymes preparations
namely: Pectinex™ Ultra Pulp (blend of pectinases, hemicellulases and beta-glucanases),
Flavourzyme™ 500 L (proteases from Aspergillus oryzae) and Celluclast™ 1.5 L (cellulase
from Trichoderma reesei ATCC 26921) were applied singly or in binary/ternary mixtures on
substrate solution at a final concentration of 1% (v/v) (Table 1). Non-hydrolyzed samples
(control) were also prepared as mentioned above, without the addition of enzymes.

All the mixtures were kept at 50 °C for 2 h under agitation at 100 rpm, followed by
cooling for 10 min for enzymatic activity cessation. The samples were collected and then
centrifuged at 8000x g for 15 min at 5 °C. The supernatants containing the antioxidant
compounds were frozen and stored at —20 °C for further analysis.
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Table 1. Matrix of the simplex centroid design used for extraction of antioxidant compounds of
banana bracts from Maca, Prata and Nanica varieties using different enzymatic preparations.

Independent Variables
Run Coded Variables Real Variables (mL)
X1 Xo X3 Pectinex™ Flavourzyme™  Celluclast™

Control 0 0 0 0 0 0

1 1 0 0 0.250 0 0

2 0 1 0 0 0.250 0

3 0 0 1 0 0 0.250

4 1/2 1/2 0 0.125 0.125 0

5 1/2 0 1/2 0.125 0 0.125

6 0 1/2 1/2 0 0.125 0.125

7 1/3 1/3 1/3 0.083 0.083 0.083

8 2/3 1/6 1/6 0.166 0.042 0.042

9 1/6 2/3 1/6 0.042 0.166 0.042

10 1/6 1/6 2/3 0.042 0.042 0.166

To determine the most adequate enzymes or mixtures for maximum antioxidant com-
pound recovery from banana bracts, a simplex centroid design was employed [24]. Each
enzyme preparation was evaluated at six levels: 0 (0%), 1/6 (16%), 1/2 (50%), 1/3 (33%),
2/3 (66%) and 1 (100%), totalizing 10 runs (extracts) (Table 1). All the runs were evaluated
comparatively with non-hydrolyzed extracts (control). For this study, quadratic and/or
cubic models were employed to fit variations of all investigated responses (p < 0.10) as
a function of interaction effects between the proportions of pectinase, protease and cellu-
lase, with acceptable determination coefficients greater than 70% (R? > 0.70) represented
by Equation (1):

q q q
Yi=) BiXi+) ) BuXiX;+), Y, ) Bk XiXjXy (1)
1

i= i<j i<j<k

where “Yi’ corresponds to predicted response (total phenolic compounds and antioxidant
properties-ABTS, DPPH and FRAP); ‘q’ represents the independent variables (components)
in the system; “Xi, Xj, Xk” represent the coded components; and “Si”, “Bij” and “Bijk” cor-
responds to the regression coefficients (binary and ternary interaction, respectively) [25,26].
The software Statistica 13.3 TIBCO Software Inc. (Palo Alto, CA, USA) was used for
Student’s t-test (p < 0.10) and model building by analysis of variance (ANOVA) (p < 0.10).

2.2.1. Determination of Total Phenolic Compounds (TPC)

The total phenolic compounds were determined according to the method described
by Magro and De Castro [27]. Aliquots of 25 puL of diluted extracts (25 mg mL~1), 25 uL of
Folin—Ciocalteau solution (50% v/v) and 200 uL of sodium carbonate (5% w/v) were mixed
and then, incubated at 40°C in the dark for 20 min. The absorbance was measured at 760 nm
on a spectrophotometer (Multiskan GO, Thermo Fisher Scientific, Vantaa, Finland). For the
calibration curve, gallic acid was used with a concentration range from 0 to 10 mg mL !
and the results were expressed as mg of gallic acid equivalent per gram of dry weight of
sample (mg GAE g~ 1).

2.2.2. Measurement of the Antioxidant Properties
ABTS-Radical Cation Scavenging Activity

The ABTS-radical cation scavenging activity was determined as described by Neta
and De Castro [28]. The ABTS aqueous solution (7 mmol L~!) and potassium persulfate
(140 mmol L~!) were mixed and maintained for 16 h at room temperature, without light
exposure, to generate free radicals. After this incubation period, the absorbance was ad-
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justed to 0.70 + 0.02 with deionized water. Aliquots of 20 uL of extracts (25 mg mL~!) were
mixed with 220 pL. of ABTS solution and the absorbance measurements were determined
after 6 min of reaction at 734 nm using a spectrophotometer (Multiskan GO, Thermo Fisher
Scientific, Finland). Trolox was used for the calibration curve (0-400 pmol L~!) and the
results were expressed as pmol of Trolox equivalents per g of sample (umol TE g~ 1).

DPPH-Radical Scavenging Activity

The DPPH assay was performed according to the method described by Rasera et al. [29].
Aliquots of 134 uL of DPPH ethanolic solution (150 umol L~!) were added to 66 uL of
diluted extracts (25 mg mL 1) or standard (Trolox). After 45 min of the reaction without
light exposure at room temperature, the absorbance measurements were determined at
517 nm against a blank (ethanol) using a spectrophotometer (Multiskan GO, Thermo Fisher
Scientific, Finland). Trolox was used as the standard with a calibration curve ranging from
0 to 125 pumol L~1. The results were expressed in umol TE g~ !.

Ferric Reducing Antioxidant Power (FRAP)

The FRAP assay was performed according to the method described by Firuzi et al. [30]
with some modifications proposed by Aguilar et al. [31]. The FRAP solution was com-
posed of acetate buffer (300 mmol L~1, pH 3.6), ferric chloride hexahydrate (20 mmol L~)
dissolved in distilled water and TPTZ (2,4,6-tris(2-pyridyl)-s-triazine) (10 mmol L~1) dis-
solved in HCI (40 mmol L~1) (10:1:1, v:v:v). Aliquots of 25 pL of banana bract extracts
(25 mg mL~1) and 175 pL of freshly prepared FRAP solution were mixed and absorbance
measurements were collected after 30 min of reaction at 595 nm using a spectrophotometer
(Multiskan GO, Thermo Fisher Scientific, Finland). Trolox (0-250 umol L~1) was used as
the standard, and the results were expressed in pmol TE g~ 1.

2.2.3. Identification of Phenolic Compounds by HPLC

Phenolic compounds identification was performed according to the method described
by Silva et al. [32] with slight modifications. The separation of compounds by HPLC was
performed using a Shimadzu ODS-A column (4.6 mm, 250 mm, 5 pm) in a thermostated
oven at a constant temperature of 30 °C, an injection volume of 20 puL and a photodiode
array detector (SPD-M10AVp, Shimadzu Co., Kyoto, Japan). The mobile phase consisted of
eluent A, water/formic acid (99.75/0.25, v/v) and eluent B, acetonitrile /formic acid /water
(80/0.25/19.75, v/v) at a flow rate of 1.0 mL min~!. The gradient conditions were as follows:
10% (B), increased to 20% (B) at 10 min, 30% (B) at 20 min, 100% (B) at 30 min and 10% (B)
at 35 min. The analysis was completed in 40 min and the chromatograms were analyzed
with Class-VP® software. Each compound peak was identified based on a comparison
of the retention time, spectral data and peak area. Phenolic acid standards (gallic, 3,4-
dihydroxybenzoic, vanillic, caffeic, coumaric, ferulic and sinapic acids) and flavonoids
(rutin and quercetin) were used to quantify the individual compounds. The standard
curves (0.03-0.20 pg mL~! concentrations) were determined using the chromatographic
parameters previously mentioned. The limit of detection (LOD) and limit of quantification
(LOQ) (Equations (2) and (3)) were calculated as follows:

LOD =33 xs =S )
LOQ=10xs +S (©)]
where “s” is the standard deviation of the linear coefficient of the equation and “S” is the

slope of the standard curve.

2.2.4. Calculations and Statistics

The results were reported as the mean values + standard deviation (n = 3) and Minitab
software, version 19 (Minitab Inc., State College, PA, USA) was used to verify if there was a
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significant difference (p-value < 0.05) between the means calculated by analysis of variance
(ANOVA) followed by Tukey’s test.

3. Results and Discussion
3.1. Effect of Enzymatic Hydrolysis on the Recovery of Antioxidant Compounds

The experimental values under distinct combinations of enzymatic preparations are
displayed in Table 2. The highest TPC content (15.87 mg GAE g~!) was detected for the
extract obtained from the Maca variety (run 10). For antioxidant properties, the highlights
were the extracts obtained from bracts of the Prata variety, that reached 82.57 pmol TE g~}
for ABTS (run 9) and 47.09 umol TE g~! for FRAP (run 4), while the extract from Maca
variety showed the greatest ability to inhibit DPPH radicals (30.52 umol TE g~ !-run 7).

Ternary mixture of the enzymes (Pectinex™, Flavourzyme™ and Celluclast™, in equal
proportions, run 7) was responsible by obtaining of banana bract extracts from Maca and
Prata varieties with maximum values of TPC and antioxidant activities. Extracts from
Maga variety showed increases ranging from 30% to 458% in all analysis when compared to
the control (non-hydrolyzed). Similar results were obtained for banana bract extract from
Prata variety, in which increases greater than 65% were detected for TPC and antioxidant
activities compared to the control. For the Nanica variety, the ternary mixture was also
very efficient, however the proportion between the three enzymes was different; in this
case, the mixture of Pectinex™ (1/6), Flavourzyme™ (2/6) and Celluclast™ (1/6) (run 9)
resulted in the highest TPC content and antioxidant properties, reaching increases ranging
from 13% to 678% compared to the control (Table 2).

Most of the mathematical models proposed for Nanica and Prata varieties showed
R? values greater than 0.74, and the F values calculated were higher than F-tabulated with
statistical significance (p < 0.10) according to ANOVA (Table 3). For responses in which the
statistical parameters were not satisfactory, the mathematical models (equations) were not
generated (Table 4). The variations in TPC content and antioxidant assays of the analyzed
banana bract extracts were also represented by mixture contour plots (Figures 1 and 2).
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Figure 1. Contour plots for total phenolic compound (TPC) (a) and antioxidant activity evaluated by
ABTS (b) method for banana bract extracts (Nanica variety).
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Figure 2. Contour plots for antioxidant activity evaluated by ABTS (a) and DPPH (b) methods,
respectively, for banana bract extracts (Prata variety).
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The interpretation of the contour plots just confirmed that the ternary combination of
Pectinex™, Flavourzyme™ and Celluclast™ was the most suitable to obtain extracts from
banana bracts with higher concentration of TPC and antioxidant properties. According
to the Figure 1a, we can see a synergistic effect improving the TPC content of Nanica
variety when the enzymes Pectinex™ and Flavourzyme™ were used in binary combination
(run 4) with increases between 24 and 130% as compared to the single enzymes (runs
1 and 2), respectively. A synergistic effect between the ternary mixture of Pectinex™
(1/6), Flavourzyme™ (2/3) and Celluclast™ (1/6) (run 9) was also detected; under this
condition, increases of 80, 27 and 107% in ABTS assay were reached when compared to the
extracts obtained by the use of single enzymes (runs 1, 2 and 3), respectively (Figure 1b).
Similar synergistic effect was observed between the binary mixture composed of Pectinex™
and Flavourzyme™ (run 4) for Prata variety, in which increases between 3% and 85% in
ABTS assay compared to the extracts produced by use of single enzymes (runs 1 and 2),
respectively, were observed (Figure 2a). On the other hand, the ternary combination of
Pectinex™ (1/3), Flavourzyme™ (1/3) and Celluclast™ (1/3) (run 7) showed a synergistic
effect and increased the DPPH-radical scavenging of the extracts in 20, 29 and 34% when
compared to those produced using single enzymes (run 1, 2 and 3), respectively (Figure 2b).

Plant cell wall consisted of a well-organized matrix of carbohydrates (cellulose, hemi-
cellulose and pectin) composed of sugar—alcohol bonds. The majority of bioactive com-
pounds are enclosed to the cell wall polysaccharides by hydrogen bonds and hydrophobic
linkages. Phenolic acids, for example, are associated with the cell wall by hydrogen and
hydrophobic linkages and by ether bonds between proteins and carbohydrates [33,34].
Banana bracts, for instance, have cell wall rich in cellulose (5.48-13.19%), hemicellulose
(14.36-18.83%), pectin (3.97-5.31%) and other macronutrients such as proteins (2.06-2.55%)
and a fiber-rich content (61.13-62.22%). To release this complex, enzyme-assisted extraction
was applied to facilitate the recovery of compounds through the degradation of plant cell
structure and, consequently, biomolecules will be more available for extraction [18]. For
better yields in the recovery of bioactive compounds, the enzymatic preparation mixtures
were used due to their broad spectrum of activity that enables the hydrolysis of distinct
constituents of the plant cell wall [35].

In view of the complexity of the composition of banana bracts, it is evident why
the enzyme combinations and their significant interaction effects were more efficient in
the hydrolysis and recovery of antioxidant compounds from this material. Pectinex™ is
composed of pectinases, hemicellulases and beta-glucanases and acts mainly on hydrolyze
the pectic substances and also glycosidic bonds along the carbon chain [36]. It also has
been proved to be particularly efficient for phenolic compounds extraction [22]. The
use of hemicellulase together with pectinases allows the complete disintegration of the
cell wall and improve the recovery of biomolecules [37]. Flavourzyme™ is a blend of
proteases which broader specificity and has two mechanisms of action: the endopeptidase
activity is responsible for the cleavage of peptide bonds inside the polypeptide chain and
the exopeptidase activity catalyzes the hydrolysis of a peptide bond from the N- or C-
terminal of a polypeptide chain [38]. Celluclast™, is mostly constituted by cellulases (endo-
glucanases) that hydrolyses the cellulosic chain and converts them to oligosaccharides,
cellobiose and glucose [17].

Therefore, the cooperative effects between enzyme preparations with different speci-
ficities resulted in cell wall degradation and consequent release of bioactive compounds.
Thus, the diversity of compounds is greater when enzyme blends are used, increasing
the antioxidant properties of the extracts in relation to the extracts produced from non-
hydrolyzed samples (control).
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Table 2. Results for total phenolic compounds (TPC) and antioxidant activities (ABTS, DPPH and
FRAP assays) in banana bract extracts obtained by use of different enzymes (pectinase, protease and
cellulase) and a combination of them.

Run TPC (mg GAEg™1) ABTS (umol TEg-1)  DPPH (umolTEg~1)  FRAP (umol TEg~—1)
Maca Variety

Control 269 +0.76f Not detected 17.43 + 0.09 338+ 0.25f
1 5.49 + 0.71 de 9.45+3974d 23.65 £ 2.19 be 3.70 + 0.31 def
2 8.89 4+ 0.33 ¢ 3.50 +0.38 4 18.71 =+ 1.39 def 3.67 & 0.28 def
3 10.24 + 0.24 ¢ 37.30 £ 0.31 abe 1555 + 1.66 f 3.64 + 0.30 ¢f
4 6.83+0.134 884+ (.74 4 20.03 & 1.57 cde 3.91 4 (.46 cdef
5 468 +0.05¢ 4725 + 3332 20.01 & 1.03 cde 3.75 + .27 def
6 6.55 +0.29 d 31.05 + 1.29 bc 24.88 + 0.68 P 5.10 + 0.43b
7 15.00 & 0.36 @ 37.58 + 2.60 abc 30.52 +1.862 4.40 + 0.03 bede
8 1298 + 0.57b 39.80 & 1.59 ab 22.26 =+ (.75 bed 448 +0.19 bed
9 6.54 +0.174 36.11 + 3.13 abe 20.46 + 1.58 cde 4.66 + 0.08 bc
10 15.87 + 0.59 2 2448 +4.74°¢ 19.66 + 0.47 de 7.42 4+ 0.092

Nanica variety

Control 0.77 £ 0224 1454 + 0.65f 14.61 +£0.14b 18.21 + 1.23 abe
1 2.03 +0.06 4 34.73 + 1.44 de 15.87 + 1.47ab 16.02 + 0.18 ¢
2 3.76 +£0.17°¢ 49.16 4 0.23 be 16.72 + 0.75 be 16.70 + 0.72 be
3 4.77 4 (.25 abe 30.15 + 1.45 10.63 & 0.75 @b 18.30 =+ 2.28 abe
4 4.66 + 0.04 be 49.56 + 1.37 bc 12.62 +£2.42°b 17.24 + 0.84 abc
5 428 £052°¢ 4494 4+ 1.06 <4 14.96 + 0.54 ab 17.97 + 0.33 abe
6 459 + (.17 be 53.02 + 1.89 abe 13.08 & 0.10 @b 16.64 + 0.68 b¢
7 5.00 & (.27 abe 59.73 + 2.60 2P 14.52 + 0.04 ab 19.53 + 0.35 abe
8 3.81+0.36¢ 49.47 4 0.90 be 22.02 + 3.053b 17.47 + 0.50 abc
9 5.99 + 0.80 2 62.44 + 4.432 24.10 + 0.432 20.62 +1.182
10 5.67 + 0.39 ab 51.46 + 0.78 bc 13.37 £ 0.51 @b 19.85 + 1.02ab

Prata variety

Control Not detected 20.77 £2.414 11.81 +£1.014 28.06 = 3.84 bed
1 851+ 0.38°¢ 43.41 + 358 <d 18.54 + 1.63 abc 4315 + 4.72ab
2 14.70 £ 0.232 77.92 4+ 0.89 @b 17.30 & 0.53 abe 34.43 + 2.83 abe
3 1.68 +0.258 52.95 + 6.84 bc 16.60 + 1.34 bed 13.37 £ 3.074
4 1.81 +£0.158 80.18 4 2.51 @b 429 +343¢ 47.09 +0.792
5 0.75+0.12h 63.78 & 2.81 abe 536+ 0.75¢ 38.27 + 5.07 ab
6 12.56 + 0.44 b 79.17 4+ 7.07 @ 17.85 + 1.98 abe 19.85 + 1.78 «d
7 95140224 66.22 + 8.39 abc 2226+ 0922 46.29 +3.602
8 9.40 + 0.41 de 73.93 + 1.34 b 20.51 + 1.58 b 38.08 & 4.02 ab
9 5.20 £ 0.06 f 8257 +£1212 15.32 + 1.27 ¢ 18.39 + 5.64 <
10 10.85 + 0.13 ¢ 76.76 + 11.87 ab 19.44 + 1.14 abc 33.28 + 3.01 abe

Values were expressed as the mean (triplicate) + standard deviation. Different lowercase letters in the same line
indicate statistical difference (p < 0.05) between the results by Tukey test.

Studies regarding banana inflorescence have been reported since 1979, however, the
potential applications of enzymatic hydrolysis are still underexplored. The only study
found in the literature, to our knowledge, reported a comparative analysis between the
enzyme-assisted extraction (EAE) and ultrasonic-assisted alkaline extraction (UAE) of
proteins from banana inflorescence. The greatest protein yield was reached with UAE
(252.25 mg g~ ') under the following conditions: 30 min extraction time, 50 °C, 1 mol L~!
NaOH and 24 kHz. These extracts generated high protein content when compared to
EAE (102.98 mg g~ !) after 6 h incubation using pepsin. The UAE-extracted proteins were
characterized and showed the presence of tryptophan, tyrosine and amide bonds with
antibacterial and anti-microbial effects [3].
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Table 3. Analysis of variance (ANOVA), including models, R?> and probability values for the final
reduced models for TPC and antioxidant activity (ABTS and DPPH) from banana bract extracts
(Nanica and Prata varieties).

Responses Model Equations Fcalculated Ftabulated R? p-Value
Nanica Variety
TPC Quadratic Y =2.20x1 +4.18x, + 5.51x3 + 7.95x1xp 5.67 3.29 0.74 0.035
ABTS Cubic Y= i’g.'llg)’(‘llxz i%?;‘iéi%iﬁ;f’)}ji‘;X2 i 24.49 5.8 0.98 0.012
Prata variety
ABTS Quadratic Y =50.46x7 + 81.48x, + 64.86x3 + 66.92x1x 4.09 3.26 0.77 0.070
DPPH Cubic Y=19.91x7 + 16.38x, + 16.77x3 -54.14x1xp — 6.67 405 0.89 0.040

46.28X1X3 + 423.52X1X2X3

The coded values in model equations represent the independent variables and their interactions: x; = Pectinex™;
xp = Flavourzyme™ and x3 = Celluclast™.

Table 4. Statistical parameters including F-test, R? and probability values for TPC and antioxidant
activities (ABTS, DPPH and FRAP) from the extract of banana bract extracts (Maga, Nanica and Prata
varieties), that did not generate statistically valid models.

Responses Fcalculated Ftabulated R? p-Value

Maca variety

TPC 3.40 3.29 0.63 0.09

ABTS 1.13 5.28 0.68 0.49

DPPH 2.74 3.29 0.58 0.13

FRAP 0.46 3.26 0.11 0.65

Nanica variety

DPPH 1.28 3.26 0.26 0.330

FRAP 0.66 3.26 0.15 0.540
Prata variety

TPC 1.64 3.29 0.45 0.270

FRAP 4.17 3.26 0.54 0.070

The coded values in model equations represent the independent variables and their interactions: x; = Pectinex™;
xp = Flavourzyme™ and x3 = Celluclast™.

In more recent studies, this technology was applied in other banana agroindustrial
wastes such as peel, peduncle and pseudostem. The cellulose fiber from dried banana
peel was investigated and the product obtained was a potential prebiotic fiber. For this,
hemicellulose and lignin were removed by alkaline pre-treatment followed by two meth-
ods: an enzymatic hydrolysis with Celluclast™ 1.5 L and diluted acid hydrolysis. The
results showed that enzymatic treatment was better than dilute-acid hydrolysis due to
higher content of water-soluble cellulose and cellodextrins, which promoted the growth
of probiotics [39].

The effects of xylooligosaccharides (XOS) from banana pseudostem xylan were in-
vestigated and evaluated for their prebiotic activity. Xylan was solubilized with 6% H,O,
followed by an enzymatic treatment performed using endoxylanase from Aspergillus ver-
sicolor and the obtained xylan was alkali extracted. The results showed a good yield
and content of XOS (61% and 11 g L1, respectively). The media with high degree of
polymerization XOS evidenced their prebiotic property [40].

The extraction of cellulose from banana peduncle by a combination of mild acid
treatment followed by enzymatic hydrolysis for glucose production was studied. Results
showed that the pre-treatment facilitated the cellulose yield (with low degree of poly-
merization) and increasing the enzymatic hydrolysis with a commercial cellulase enzyme
from Aspergillus niger. The maximal glucose yield (97%) was detected with 50 mg mL ™!
of substrate, 30 FPU g~! (filter paper units per gram of enzymatic solution) of enzyme,
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5mg mL ! of surfactant and 96 h incubation time. Under these conditions, the process also
eliminated lignin and hemicellulose [41].

In general, further studies related to banana inflorescence are encouraged due to
its higher concentration of bioactive compounds (polyphenols) than other fractions of
banana plantain [19]. Previous studies reported this substantial difference in nutritional
composition of the banana inflorescence (Musa sp. cv. Nanjangud rasa bale) and pseu-
dostem. Phytochemical constituents as phenols showed values of 2.01 and 1.88 mg g~!
and flavonoids exhibited values of 0.83 and 0.78 mg g~ ! for banana inflorescence and
pseudostem, respectively [5]. In another study, banana inflorescence (Musa sp. cultivar
Elakki bale) was found to be a better and rich source of dietary fiber (65.6%) when compared
to banana pseudostem (28.8%) [6].

3.2. Identification of Phenolic Compounds by HPLC

The identification of phenolic compounds was carried out with the extracts that
showed the best results for antioxidant properties, as follows: (i) for the Maga and Prata
varieties, the extracts produced using the ternary mixture of Pectinex™, Flavourzyme™
and Celluclast™, in equal proportions (run 7) and (ii) for the Nanica variety, the extracts pro-
duced using the ternary mixture of Pectinex™ (1/6), Flavourzyme™ (2/6) and Celluclast™
(1/6) (run 9).

According to our results, most of the runs revealed an increase in recovery of phenolic
compounds after the enzymatic hydrolysis compared to the control (non-hydrolyzed
extracts). Five compounds were detected in the extracts: p-coumaric acid, ferulic acid,
sinapic acid, vanillic acid (phenolic acids) and rutin (flavonoid) (Table 5). Coumaric
acid was the main compound identified in banana bract extracts, while sinapic acid was
observed only in hydrolyzed extracts from the Nanica variety and rutin was found only in
hydrolyzed and non-hydrolyzed extracts from the Prata variety (Table 5).

Table 5. Quantification by HPLC of phenolic compounds from banana bracts extracts after enzymatic
hydrolysis using the ternary mixture of pectinase, protease and cellulase.

Concentration (ug g=1) Validation Parameters

Compound Variety Non-Hydrolyzed Hydrolyzed

Samples (Control) Samples LOD (ug) ! LOQ (ug) * Linearity (R)
Maca n.d. n.d.
Coumaric acid Nanica n.d. 76.46 + 5.38 0.0023 0.0070 0.9994
Prata n.d. 46.97 £ 0.09
Maga n.d. 36.17 £+ 0.60
Ferulic acid Nanica 7.20 £0.18P 4422 +£2.48% 0.0015 0.0046 0.9985
Prata n.d. 78.98 + 0.24
Macga n.d. n.d.
Sinapic acid Nanica n.d. 22.77 £0.13 0.0262 0.0792 0.9907
Prata n.d. n.d.
Maca 464 +031P 6.81 +0.622
Vanillic acid Nanica n.d. n.d. 0.0022 0.0066 0.9979
Prata 5.85 4 0.11° 13.07 £0.182
Maca n.d. n.d.
Rutin Nanica n.d. n.d. 0.0014 0.0042 0.9745
Prata 27.01 +£0.01° 33,56 +0.012

Values were expressed as the mean (triplicate) + standard deviation. Different lowercase letters in the same line
indicate statistical difference (p < 0.05) between the results by Tukey test. n.d: not detected ! LOD: detection limit.
2 LOQ: limit of quantification.

These increment in recovery of biomolecules is associated with the increase of phenolic
acids (available in insoluble form) that are bounded covalently with constituents of cellular
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walls (cellulose, hemicellulose, lignin, pectin and proteins). Thus, enzymes (and their
combinations) aid cell wall solubilization, releasing the bioactive compounds [18].

EAE has been considered as an excellent method for obtaining extracts with higher
biological activities. Among them, it is important to highlight that those compounds
detected in banana bract extracts (p-coumaric acid, ferulic acid, sinapic acid, vanillic acid
and rutin) were reported to promote several health benefits associated to their antioxidant
properties. The beneficial effects of antioxidant are related to reduction of oxidative stress
where they act as free radical scavengers and reducing agents [42].

Hydroxycinnamic acids, such as p-coumaric acid, ferulic acid and sinapic acid, have
a wide array of biological activities including antioxidant, anti-inflammatory, anticancer
and neuroprotective effects. Among these, the mechanism of the antioxidant effect is
based on the ability for neutralization of free radical with generation of more stable
phenoxyl radicals [43]. Vanillic acid, belonging to hydroxybenzoic acids, also has nu-
merous biological activities including antioxidant, anti-inflammatory, anticancer and
neuroprotective activities [44,45].

The biological properties of rutin, a flavonol glycoside, include anti-inflammatory,
antimicrobial, anticancer, neuroprotective and cardioprotective activities which are mainly
associated to its antioxidant activities as being a free radical scavenger [46]. The antioxidant
capacity is due to the presence of phenolic rings and free hydroxyl groups which can donate
hydrogen atoms to prevent further oxidation [47].

The ethanolic extract from banana inflorescence (Musa sp. cv. Nanjangud rasa bale)
was investigated for its antihyperglycaemic effects. The results showed that ethanol ex-
tract of banana inflorescence inhibited «-glucosidase enzyme in comparison with drug
acarbose (positive control) with ICsy values of 7.79 ug mL-! and 9.68 ug mL~!, respec-
tively. The main compounds present in extracts were umbelliferone (7.08 pg mL~!) and
lupeol (7.18 pg mL~!), belonged to the coumarin and triterpenoids, respectively. These
compounds isolated from banana inflorescence proved to be a-glucosidase inhibitors and
they showed a higher free radical scavenging activity. Umbelliferone is recognized for its
bioactivities including antirheumatic, analgesic and antipyretic effects, whereas, lupeol was
reported to have anti-inflammatory and anticancer effects [48].

Colorimetric methods, such as the ABTS, DPPH and FRAP assays, are widely used for
first-level screening to assess the potential bioactivity of plant substrates [49]. However, it is
important to recognize that these methods have some limitations and that further analyses
involving the understanding of the antioxidant action of bioactive compounds are crucial
to confirm their biological effects. Therefore, the determination of bioactive compounds by
chromatographic techniques to establish the structure-activity relationship and application
in at least one in vitro biological test (i.e., cell lines and simulated digestion) or, prefer-
ably, in vivo evaluation using animal models are strongly encouraged as complementary
analyses to prove the effects of these compounds [50].

4. Conclusions

This study provided information about the most suitable enzyme combinations for
better release of bioactive compounds from banana bracts. The use of the ternary mixture of
Pectinex™, Flavourzyme™ and Celluclast™ enzymes resulted in extracts with higher phe-
nolic content and antioxidant properties. In addition, HPLC analysis detected the presence
of five polyphenolic compounds, the most prominent being coumaric acid (76.46 ug g~ 1)
and ferulic acid (78.98 g g~?!) for banana bract extracts obtained from Nanica and Prata
varieties, respectively, after enzymatic hydrolysis. Thus, it was possible to correlate the
presence of these polyphenols with the antioxidant potential of the extracts. The results
obtained in our study open new possibilities for the development of functional ingredients
for the food industry through fast, efficient and safe processes, such as enzymatic hydrolysis
using banana bracts, a substrate that has not been explored with this process until now.
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