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1 | INTRODUCTION

Chickpea (Cicer arietinum L.) is the third most impor-
tant legume worldwide and a good source of nutrients,
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Abstract: Alcalase hydrolyzates were prepared from the albumin (AH) and
globulin (GH) fractions of eight chickpea (Cicer arietinum L.) genotypes from
Mexico and 10 from other countries. Protein content, antioxidant activity (AA)
(ABTS, DPPH), and degree of hydrolysis were evaluated and the best genotype
was selected by principal component analysis. The hydrolyzates of the chosen
genotype were analyzed for its antidiabetic potential measured as inhibition of
a-amylase, a-glucosidase, and dipeptidyl peptidase-4 (DPP4). Peptide profiles
were obtained by liquid chromatography-mass spectrometry (UPLC-DAD-MS),
and the most active peptides were analyzed by molecular docking. The aver-
age antioxidant activity of albumin hydrolyzates was higher than that of glob-
ulin hydrolyzates. ICC3761 was the selected genotype and peptides purified from
the albumin hydrolyzate showed the best antioxidant activity and antidiabetic
potential (FEI, FEL, FIE, FKN, FGKG, and MEE). FEI, FEL, and FIE were in the
same chromatographic peak and this mixture showed the best ABTS scavenging
(78.25%) and DPP4 inhibition (ICsq = 4.20 ug/ml). MEE showed the best DPPH
scavenging (47%). FGKG showed the best inhibition of a-amylase (54%) and a-
glucosidase (56%) and may be a competitive inhibitor based on in silico-predicted
interactions with catalytic amino acids in the active site of both enzymes. These
peptides could be used as nutraceutical supplements against diseases related to
oxidative stress and diabetes.

Practical Application: This study showed that chickpea protein hydrolyzates
are good sources of peptides with antidiabetic potential, showing high antioxi-
dant activity and inhibition of enzymes related to carbohydrate metabolism and
type 2 diabetes. These hydrolyzates could be formulated in functional foods for
diabetes.

mainly proteins (Ladizinsky, 1995). The most abundant
storage proteins in chickpea are globulins (57%), followed
by glutelins (18%), albumins (12%), and prolamins (3%)
(Singh & Jambunathan, 1982). Nowadays, proteins are
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investigated not only for their nutritional or functional
properties, but also as a source of bioactive peptides that
can be released by hydrolysis, generating beneficial health
effects such as antioxidant and antidiabetic, among others
(Ghribi et al., 2015; Milan-Noris et al., 2018). In addition,
peptides can be used as natural biological agents in food
preservation and the development of functional foods (de
Castro & Sato, 2015).

The antioxidant activity (AA) and antidiabetic potential
of peptides are a function of their chemical and structural
properties. Histidine-containing peptides chelate metal
ions and inactivate/remove free radicals, acting as antiox-
idant peptides (Chen et al., 1996; Torres-Fuentes et al.,
2015). Kou et al. (2013) purified peptides from chickpea
albumin that showed good AA (ABTS and DPPH), high-
lighting the peptide RQSHFANAQP that also inhibited
the proliferation of breast cancer cells and reduced the
total cholesterol and triglyceride levels of hyperlipidemic
mice (Xue et al., 2018; Xue et al., 2015). Torres-Fuentes
et al. (2015) purified peptides from chickpea globulins and
demonstrated their ability to eliminate free radicals and to
protect Caco-2 cells exposed to oxidizing agents.

The antidiabetic potential of the peptides is influenced
by the hydrophobic and hydrophilic characteristics of
the residues (R chains), which allow the peptides to
interact with enzymes such as a-amylase, a-glucosidase,
and dipeptidyl peptidase-4 (DPP4). a-Amylase and a-
glucosidase hydrolyze polysaccharides during digestion
and release monosaccharides that are absorbed into the
bloodstream (Brayer et al., 1995; Roig-Zamboni et al., 2017).
DPP4 is a serine protease that cleaves polypeptides with a
penultimate proline or alanine residue at the N terminus.
The primary substrates of this enzyme are glucagon-like
peptide 1 (GLP-1) and glucose-dependent tropic insulin
polypeptide (GIP), which stimulate insulin secretion (Patel
& Ghate, 2014). Oseguera-Toledo et al. (2015) observed that
bean protein hydrolyzates (alcalase-bromelain) increased
the glucose-stimulated insulin secretion from INS-1E cells
up to 57% compared to glucose control; they also observed
that peptide fractions >1 kDa inhibited enzymes involved
in diabetes and carbohydrate metabolism, such as the a-
amylase, a-glucosidase, and DPP4.

Mojica and Gonzalez de Mejia (2016) evaluated the
antidiabetic potential of black bean hydrolysates pro-
duced with different proteases and observed higher inhi-
bition values of a-amylase, a-glucosidase, and DPP4 in
alcalase hydrolyzates. The peptide profile obtained with
alcalase was similar to that produced by gastrointestinal
proteases (pepsin and pancreatin), highlighting the pep-
tides AKSPLF, ATNPLF, FEELN, and LSVSVL that had
the best interaction with antidiabetic enzymes evaluated
in silico. These peptides reduced glucose absorption in
Caco-2 cells by blocking the glucose transporters GLUT2

and SGLT1; furthermore, glucose levels were significantly
reduced in mice supplied with different concentrations
of alcalase hydrolyzates containing these peptides (Mojica
et al., 2017).

The information about the antidiabetic potential
of chickpea protein hydrolyzates is scarce. Recently,
Chandrasekaran et al. (2020) evaluated the inhibition of
a-amylase and DPP4 by chickpea hydrolyzates produced
with pepsin-pancreatin and bromelain. Based on in silico
analysis, the authors attributed the inhibition of the
enzymes to the peptides PHPATSGGGL, YVDGSGTPLT,
SPQSPPFATPLW, KMTAGSGVT, GKAAPGSGGGTKA,
and GLTQGASLAGSGAPSPLF. However, the individual
activity of the peptides was not evaluated to confirm these
results. Therefore, it is important to identify bioactive
peptides that could be formulated in functional foods.
The aim of the present study was to characterize peptides
with AA and antidiabetic potential in chickpea protein
hydrolyzates produced with alcalase.

2 | MATERIALS AND METHODS

2.1 | Materials

Eighteen chickpea genotypes (Cicer arietinum L) were ana-
lyzed, including eight desi-type and one kabuli-type from
the International Crop Research Institute for Semi-Arid
Tropics (ICRISAT) and nine kabuli genotypes from the
National Institute of Forestry, Agriculture and Livestock
Research (INIFAP). These materials were grown at INI-
FAP Experimental Field in Culiacan, Sinaloa, Mexico, as
described by Quintero-Soto et al. (2018).

2.2 | Extraction and quantification of
albumins and globulins

Albumins and globulins were extracted from mature seeds
flour using the procedure of Dziuba et al. (2014) with
some modifications. The flour (100 g) was defatted with
2 L of hexane; the mixture was stirred for 4 hr at 20°C
(SP131015, Thermo Fisher Scientific, Waltham, MA, USA),
centrifuged at 15,000 g for 10 min (5810R, Eppendorf, Ger-
many), and the pellet was recovered to obtain the proteins.
The pellet was mixed with 2 L of extraction buffer I (ster-
ile deionized H,O pH 8.0, 10 mmol/L CaCl,, 10 mmol/L
MgCl,, 1 mmol/L PMSF) and stirred for 4 hr at 20°C;
the mixture was centrifuged (15,000 g, 20 min) and the
supernatant (supernatant 1) and the pellet (residue 1) were
recovered. The supernatant 1 was mixed with two vol-
umes of ammonium acetate-methanol (0.1 mol/L) and left
overnight (16 hr) to precipitate the proteins. The pellet
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was washed with 0.1 mol/L ammonium acetate-methanol,
methanol, and acetone to eliminate other compounds such
as phenolics. The washes were repeated until the super-
natant was colorless and the phenolic compounds were
not detected with the Folin-Ciocalteau reagent. The dried
residue was resuspended in distilled water (5 ml/g dry
solid) and dialyzed (cellulose membrane, 6000-8000 Da,
25.5 mm X 30 m, Fisherbrand™, Thermo Fisher Scientific)
against distilled water (2 L) for 3 days with three water
changes per day. The dialyzate was centrifuged (15,000 g,
20 min), the supernatant was recovered and lyophilized
(25EL; VirTis Co., Gardiner, NY, USA) to obtain the albu-
mins fraction.

For globulin extraction, the residue 1 and 2 L of extrac-
tion buffer II [0.1 mol/L Tris-HCI (pH 8.0), 100 g/L NacCl,
1 mmol/L PMSF, 10 mmol/L EDTA] were mixed, stirred
for 16 hr at 20°C, and centrifuged (15,000 g, 20 min). The
recovered supernatant was treated as described for super-
natant 1 for the precipitation, washing, and dialysis of the
proteins. Finally, the dialyzate was centrifuged (15,000 g,
20 min) and the recovered pellet corresponded to the glob-
ulins fraction.

The albumins and globulins fractions were resuspended
in water and quantified using the bicinchoninic acid (BCA)
protein assay (Pierce, Thermo Fisher Scientific) and bovine
serum albumin (BSA) as standard.

2.3 | Preparation of protein hydrolyzates
and degree of hydrolysis

Protein hydrolyzates were prepared according to Ghribi
et al. (2015) and Kou et al. (2013) with some modifications.
One gram of albumins or globulins was resuspended in
10 ml of water (pH 8) and incubated at 80°C for 5 min.
The samples were cooled to 50°C, added with alcalase (0.3
U/g protein), and incubated at 50°C for 90 min at pH 8.0.
After hydrolysis, samples were heated at 80°C for 20 min to
inactivate the enzyme, cooled to 27°C, centrifuged (5000 g,
20 min, 4°C), and the supernatants were filtered (0.45 um;
PVDF membrane HPLC certified, Pall Corp., Port Wash-
ington, NY, USA). The filtrates were passed through 10 kDa
cut-off filters (Vivaspin 20, Sartorius Stedim Biotech, Ger-
many) and lyophilized to obtain the albumin hydrolyzate
(AH) and globulin hydrolyzate (GH). The hydrolyzates
and the peptide fractions were quantified using the BCA
method (section 2.2).

The degree of hydrolysis (DH) was determined accord-
ing to Adler-Nissen (1986) using the following equations:

DH (%) = ((B x Nb)/MP) X (1/a) X (1/hy) X 100

a = (10 PH=PK) /(1 + 10 PH ~PK)
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where B is the volume (ml) of NaOH consumed to keep the
pH constant during the proteolysis. Nb is the normality of
NaOH, MP is the protein content (g), &, is the total num-
ber of peptide bonds in the substrate, which was assumed
to be 7.22 mmol/g protein (Kou et al., 2013), and « is the
degree of dissociation of the a-NH, groups estimated from
the pH and pK values.

2.4 | Purification and identification of
peptides showing AA and antidiabetic
potential

The AH and GH of the ICC3761 genotype were sequen-
tially separated by UPLC (Accela, Thermo Fisher Scien-
tific) using a Luna C18 column (15 X 4.6 mm, 5 um particle
size, Phenomenex, Inc, Torrence, CA, USA). The mobile
phase comprised water—formic acid (1%) (A) and acetoni-
trile (B), employing a flow of 0.2 ml/min and a semilin-
ear gradient: 0-20 min, 0.5%—4% B; 20-68 min, 4%-20% B;
68-115, 20%-48% B; and 115-120 min, 48%-0% B. The chro-
matograms were registered at 214, 257, and 280 nm. Peaks
eluted during 30 min intervals were pooled to obtain three
fractions of each hydrolyzate (AH1, AH2, and AH3; GH1,
GH2, and GH3). The six fractions were lyophilized to deter-
mine their AA and antidiabetic potential.

The fraction with the best AA and antidiabetic poten-
tial (AHI of ICC3761) was separated by UPLC into six
subfractions (AH1-1-AH1-6) using the same column and
mobile phase described above and the following gradient:
0-20 min, 0.5%-4% B; 20-35 min, 5%-9% B; and 35-40
min, 9%-0% B. The new fractions were collected based on
their absorption maximum at 214, 257, and 280 nm; they
were lyophilized to determine their AA and antidiabetic
potential.

The peptides were purified from the subfraction with
the best AA and antidiabetic potential. A 15-ul aliquot
was separated by UPLC using the following gradient: 0-
1 min, 0.5%-2% B; 1-15 min, 2%-6% B; 15-18 min, 6%-80%
B; 18-20 min, 80%-0% B. The peptides were detected at
214, 257, and 280 nm; they were identified with an LTQ-
XL mass spectrometer (Thermo Scientific, USA), using an
electrospray ionization source (ESI), operating in positive
mode with capillar voltage and temperature of 35 V and
300°C, respectively. Mass spectra were acquired with the
Xcalibur 2.1 program (Thermo Scientific) using a mass-
charge range (m/z) of 70—2000 and the most intense ions
were fragmented by collision induced dissociation (CID).
Helium and nitrogen gases were used for collision and dry-
ing, respectively. MS/MS data was analyzed with the Pro-
teome Discoverer 1.2 program using the database search
tool with the SEQUEST algorithm, which validates and
aids in searching the database employing the auto mode.
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The chickpea (Cicer arietinum) proteome from UniProt
was used for the database search. Precursor and fragment
mass tolerances were set to 10 ppm and 0.5 Da, respec-
tively. A false discovery rate of 0.01 was used. The car-
bamidomethylation of cystein and methionine oxidation
were selected as variable modifications during the search.
Identifications were carried out using three independent
samples.

2.5 | Determination of AA

The ABTS and DPPH assays were carried out following
the methodologies proposed by Re et al. (1999) and Brand-
Williams et al. (1995), with the modifications of Mejri
et al. (2017). The ABTS radical was generated by mixing a
solution of ABTS (7.4 mmol/L) with potassium persulfate
(2.6 mmol/L), followed by incubation for 16 hr in the dark
atroom temperature. The radical solution was diluted with
PBS (10 mmol/L, pH 7.4) to obtain an absorbance of 0.70 +
0.02 at 734 nm. One microliter of hydrolyzate (1 mg/ml)
or peptide fraction (0.2 mg/ml) was mixed with 100 ul of
the ABTS radical solution. The mixture was left to stand
for 6 min at room temperature in the dark and then the
change in absorbance at 734 nm was read using a Multi-
skan Sky spectrophotometer (Thermo Fisher). The DPPH
radical was dissolved in methanol (100 umol/L) and 50 pl
of this solution was mixed with 50 ul of each hydrolyzate
(1 mg/ml) or peptide fraction (0.2 mg/ml). After 30 min
incubation at room temperature, the absorbance was read
at 510 nm using a Multiskan Sky spectrophotometer. The
results were expressed as percent inhibition of the radical
and umol of Trolox equivalents (TE)/ 100 g.

2.6 | Assessment of the antidiabetic
potential

The a-amylase and a-glucosidase inhibition were deter-
mined according to Mojica et al. (2015). For a-amylase,
5 ul of sample (0.1 mg/ml) and 5 pl of a-amylase solution
(13 U/ml) were mixed and incubated for 10 min at 25°C,
followed by addition of 5 pl of a starch solution (10 g/L)
and incubation (10 min, 25°C). The mixture was added
with 25 pl of the dinitrosalicylic acid colored reagent and
placed in a water bath (W1106, Labnet International,
Edison, NJ, USA) at 100°C for 5 min. Finally, the resulting
mixture was diluted with 250 ul of distilled water and the
absorbance was measured at 520 nm using a Multiskan Sky
spectrophotometer.

For a-glucosidase, 25 pl of sample (0.1 mg/ml) was mixed
with 50 pl of the a-glucosidase solution (1 U/ml) and the
mixture was incubated for 10 min at 25°C. Subsequently,

25 yl of p-nitrophenyl-a-D-glucopyranoside (5 mmol/L)
was added and the mixture was incubated for 5 min. The
absorbance was measured at 405 nm using a Multiskan
Sky spectrophotometer. The results for a-amylase and a-
glucosidase were expressed as percent inhibition in rela-
tion to a positive control (acarbose, 1 mmol/L).

The inhibition of dipeptidyl peptidase-4 (DPP4) was
determined using the MAK203 kit (Sigma-Aldrich, St.
Louis, USA). Forty-nine microliter of sample or reaction
buffer (control) were mixed with 1 ul of DPP4 enzyme
and the mixture was incubated for 10 min at 37°C in the
dark. Subsequently, 23 pl of reaction buffer and 2 pl of
substrate (reagents provided by the supplier) were added,
followed by incubation for 15 min at 37°C. The fluores-
cence of the samples was measured (flul) with a Synergy
MX microplate reader (BioTek Instruments, Winooski, VT,
USA) using excitation and emission wavelengths of 360
and 460 nm, respectively. The samples were incubated
again 15 min and the fluorescence was measured (flu2).
The results were expressed as ICs, (ug/ml).

The percentage of inhibition of the DPP4 enzyme was
determined with the following formulas:

Slope = ((flu2 — flul) /(T2 — T1)) x 100

% inhibition of DPP4

= ((slopeEC — slopeSM)/slopeEC) x100

where T2 is the time elapsed until the final reading
(30 min) and T1 is the first incubation time (15 min);
slopeEC and slopeSM are the slopes for control and the
sample, respectively.

2.7 | Molecular docking

Molecular docking was carried out as described by
Oseguera-Toledo et al. (2015). The binding sites of the
purified peptides for «a-amylase, a-glucosidase, and
DPP4 were located using the GRAMM-X-Protein-Protein
(Tovchigrechko & Vakser, 2005; Tovchigrechko & Vakser,
2006) and Rosetta FlexPepDock web servers (London
et al., 2011; Raveh et al., 2010) and the Discovery Stu-
dio 4.0 program (DS 4.0, Accelrys Software Inc., San
Diego, CA, USA). The three-dimensional structures of
a-amylase (IHNY), a-glucosidase (5NN8), and DPP4
(1 x 70) were obtained from the Protein Data Bank
(http://www.rcsb.org/pdb/home/home.do). Ligands and
water molecules, as well as the monomer B of DPP4 were
removed using the Discovery Studio program. The peptide
structures were designed in the same program and submit-
ted to the GRAMM-XProtein-Protein molecular alignment
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from the chickpea genotypes
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Protein content of globulin fractions, albumin fractions and hydrolyzates, and degree of hydrolysis of alcalase hydrolyzates

Globulins Albumins
Degree of Degree of
Genotype Fraction® HydrolyzateY hydrolysis” Fraction® HydrolyzateY hydrolysis*
Kabuli
Surutato 77 47.6 + 4.7%° 95.24 + 0.52%° 41.74 + 0.17 17.5 + 1.6 92.17 + 2.74* 33.83 + 1.02°
Sto. Dom. 82 44.9 + 1.6 94.85 + 3.63% 42.14 + 013° 15.0 + 1.2b« 88.65 + 8.97% 35.38 + 3.40°
Bceo. Sin. 92 522 + 1.7° 93.49 + 2.67% 41.75 + 0.15* 14.4 + 0.8 9228 + 4.17° 33.81 + 1.49°
Progreso 95 349 + 3.7° 95.43 + 0.75% 44.65 + 0.25% 1.2 + 0.4° 90.21 + 1.35% 34.54 + 0.36"
Suprema 03 47.0 + 2.5% 93.12 + 1.36% 44.30 + 0.06 11.8 + 0.9% 85.53 + 6.41%° 36.50 + 1.93%
Jumbo 2010 46.7 + 6.1 95.74 + 1.28° 44.37 + 0.32* 17.6 + 1.2% 94.43 + 1.71° 33.00 + 0.60°
Blanoro 41.3 + 2.2 93.81 + 0.42%° 41.80 + 0.1* 123 + 0.3% 75.58 + 3.20° 41.36 + 1.72°
Hoga 021 50.4 + 2.3 89.68 + 1.04° 44.15 + 0.08* 163 + 0.2 92.58 + 4.82° 33.72 + 1.76°
Hoga 340 51.3 + 5.0% 95.64 + 3.08 40.16 + 1.19¢ 181 + 1.3 96.03 + 4.68" 32.50 + 1.62°
ICC3421 354 + 1.0¢ 94.50 + 2.42% 40.90 + 0.04 <4 294 + 1.5° 80.03 + 3.83% 35.04 + 1.52°
Average 4524 94.154 42.604 16.44 89.70% 34.974
Desi
ICC6306 44.7 + 0.7° 93.24 + 0.96" 40.57 + 0.13° 16.2 + 0.6° 93.71 + 4.17° 33.29 + 1.45°
ICC3761 514 + 1.3 92.74 + 0.01° 43.10 + 0.02¢ 171 + 1.3% 96.77 + 2.52° 32.21 + 0.84°
ICC4418 47.4 + 2.4 94.09 + 2.19* 40.51 + 0.07° 16.7 + 0.3 90.48 + 6.01° 3453 + 2.23°
ICC3512 331+ 0.7° 97.91 + 1.46° 44.93 + 0.04* 124 + 0.7 88.45 + 7.77° 35.40 + 2.96°
ICC5383 377 +£ 0.9 92.85 + 3.57° 40.89 + 0.02¢ 13.5 + 0.8° 88.38 + 3.87 34.42 + 143
ICC13124 35.1 + 0.5% 92.32 + 1.75° 45.06 + 0.09* 135 + 1.0° 93.69 + 1.32° 33.26 + 0.46°
ICC14872 472 + 3.7 94.62 + 3.37° 44.66 + 0.12° 18.7 + 0.9° 97.22 + 1.80° 32.05 + 0.58°
ICC5613 40.0 + 1.3% 94.33 + 3.89° 40.57 + 0.10° 12.8 + 0.2¢ 89.61 + 6.31° 34.88 + 2.45°
Average 4214 94.014 42.547 1514 92.28% 33.764

The results are the mean =+ SD of three biological replicates and they are expressed on a dry weight basis. *The protein contents of globulins and albumins are
expressed in g/100 g of total protein. YThe protein contents of the hydrolyzates are expressed in g/100 g of hydrolyzate. “The degree of hydrolysis is reported as
percent. Means with different superscript letters in a column within the same type of chickpea are significantly different (Tukey, p < 0.05). Different letters between

the average values of desi and kabuli chickpeas indicate significant differences (¢-test; p < 0.05).

web server (version 12.0). The optimal peptide-enzyme
complex was selected based on the minimum global energy
value and used as a template to perform the refining molec-
ular dynamics on the Rosetta FlexPepDock web server.

2.8 | Statistic analysis

Data corresponds to the mean of three biological replicates
with three technical replicates. It was analyzed using one-
way ANOVA and the Tukey test (p < 0.05) was used for
mean comparisons between genotypes of the same type.
The average values of desi and kabuli chickpeas were com-
pared using a f-test. The analyses were carried out with
the software STATGRAPHIC plus 5.1 (Statistical Graphics
Corp., The Plains, VA, USA). A principal component anal-
ysis (PCA) was performed using STATA version 11.1 (Stata
Corp, College Station, TX, USA).

3 | RESULTS AND DISCUSSION

3.1 | Content of globulin and albumin
fractions in chickpea grains

The average protein content of the globulin fraction was
about 2.8 times higher than that of the albumin fraction
in both kabuli and desi genotypes (Table 1). The globulins
content varied significantly (p < 0.05) among the chickpea
genotypes and the values ranged from 34.93 (Progreso
95) to 52.16 g/100 g (Bco. Sin. 92) in kabuli chickpeas
and from 33.12 (ICC3512) to 51.35 g/100 g (ICC3761) in
desi types. These values are lower than those reported
by Dhawan et al. (1991) in six kabuli chickpeas (53.44-
59.06 g/100 g), but they fall within the range reported
by Singh et al. (2008) for five chickpea genotypes from
India (39.80-64.21 g/100 g). The albumins content also
varied significantly (p < 0.05) from 11.23 (Progress 95) to
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TABLE 2 Invitro antioxidant activity of alcalase hydrolyzates from the chickpea genotypes
Globulins Albumins
Genotype ABTS? DPPH* ABTS? DPPH”
Kabuli
Surutato 77 35.3 +1.0% 231+22° 47.1+1.3¢ 451 + 1.5%¢
(418.4 +19.9%) (8.8 +2.2%) (687.4 + 24.2°) (30.4 + 1.4%%)
Sto. Dom. 82 37.4 +1.9% 288 + 0.7 50.4 + 2.6 54.4 +3.2°
(461.4 + 40.6°°) (14.4 + 0.6%) (750.3 + 49.7°) (39.5 + 3.1%)
Bco. Sin. 92 36.7 + 0.8 25.7 +1.5° 36.9 + 1.6% 50.5 + 3.3%
(447.2 + 16.9%%°) (11.3 + 1.5%) (491.2 + 30.9%) (35.7 + 3.2%)
Progreso 95 38.8 + 1.5 28.9 + 1.0° 512+ 0.7° 56.5 + 0.7°
(489.0 + 30.3%) (14.4 £1.0%) (766.5 + 13.5") (41.5 + 0.7°)
Suprema 03 34.0 + 0.8 24.8 + 2.0 57.0 + 1.12 64.5 +1.0°
(390.4 + 17.8) (10.4 + 1.2?) (877.5 + 14.2%) (49.3 +£1.0%)
Jumbo 2010 36.2 + 1.73%¢ 235+ 0.8° 40.0 + 1.5¢ 41.8 + 0.5%
(435.7 + 33.9%¢) (9.2 +0.8%) (551.8 + 29.39) (271 £ 1.1%)
Blanoro 32.9 +0.9° 232 +1.3° 21.6 + 048 40.0 +0.3°
(369.5 + 18.4%) (8.9 +1.3%) (197.6 + 8.3 8) (253 £ 0.4°)
Hoga 021 35.3 + 164 25.8 + 0.5% 34.1+0.6° 43.4 + 2.8
(417.9 + 33.1%%) (11.5 + 0.5%) (437.5 + 11.2°) (28.6 +2.7%)
Hoga 340 37.4 +1.1% 25.0 + 1.7% 47.4 +1.5° 47.0 +3.5¢
(460.1 + 22.2%) (10.7 + 1.7%%) (693.2 + 29.6°) (32.2+£3.4°)
ICC3421 37.4 +1.2° 26.3 +1.4% 29.5+ 0.2 23.0 + 1.1
(460.5 + 24.0%) (11.9 + 1.4%0) (349.2 + 4.5 (8.68 + 1.0")
Average 36.14 25.58 41.54 47.64
(435.0%) (11.1%) (580.22) (31.8%)
Desi
ICC6306 36.6 + 0.9° 26.5+ 0.5 434 + 2.7 454 + 1.1°
(444.1 +18.0°) (12.1 + 0.4%) (616.2 + 51.7 °) (30.6 + 1.5%)
ICC3761 40.3 + 0.5 27.0 £ 1.72 41.5 +0.24 40.2 +0.64
(518.7 + 10.6%) (12.6 + 1.6%) (579.1 + 2.249) (25.5 +1.09)
ICC4418 35.0 + 0.8° 24.8 +1.0° 352 + 1.8 403 +1.5¢
(412.2 +15.9°) (10.4 + 1.0%) (459.6 + 35.30) (25.6 +1.4%)
ICC3512 36.8 + 0.8 274 +1.2% 53.0 + 0.8° 54.4 +1.1°
(447.7 £ 16.4%) (13.0 + 0.6%) (799.4 + 14.9%) (39.5 + 1.1%)
ICC5383 35.7 + 1.8° 272 +21° 49.5 + 0.1 49.4 +2.3°
(425.5 + 37.7°) (12.8 +2.0%) (733.2 + 1.4%) (34.6 + 2.3%)
ICC13124 342 +1.3° 27.6 + 0.4 38.5 + 1.4°F 52.4 +1.5%
(395.3 + 26.9) (13.2 +1.0%) (521.6 + 28.1¢) (37.5 £ 1.4%)
ICC14872 36.1+1.7° 27.0 + 1.0% 42.4 +1.0¢ 453 +1.5°
(434.8 + 36.6") (12.7 £ 1.6%) (597.2 +19.59 (30.5 + 1.0%)
ICC5613 36.0 +1.1° 26.4 + 1.6 47.2 + 0.9% 53.3 +1.0%
(431.3 + 22.6") (12.0 £1.2%) (689.5 + 17.7°) (38.4 +1.2%)
Average 36.34 26.74 43.84 47.6%
(438.7%) (12.4%) (624.5%) (32.8%)

The results are the mean + SD of three biological replicates. “The antioxidant activity was evaluated at 1 mg of protein/ml and expressed as percent inhibition and
Trolox equivalents (TE)/100 g of protein (values in parentheses) on a dry weight basis. Means with different superscript letters in a column within the same type
of chickpea are significantly different (Tukey, p < 0.05). Different letters between the average values of desi and kabuli chickpeas indicate significant differences
(t-test; p < 0.05).
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FIGURE 2 Chromatographic separation of alcalase hydrolyzates and peptide fractions from chickpea ICC3761. Globulins hydrolyzate

(a), Albumins hydrolyzate (b), Fraction AH1 (c) and Subfraction AH1-5 (d)

29.38 g/100 g (ICC3421) in kabuli genotypes and from 12.41
(ICC3512) to 18.66 g/100 g (ICC13124) in desi chickpeas;
these values corresponded with those reported by Singh
et al. (2008) (11.63-24.23 g/100 g) in chickpeas from
India.

3.2 | Production of albumin and globulin
hydrolyzates

Alcalase is an inexpensive endopeptidase with a broad cat-
alytic activity and has been widely used to produce protein
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TABLE 3 Invitro antioxidant (AA) and antidiabetic potential of peptide fractions purified from alcalase hydrolyzates (AH) of the

ICC3761 chickpea proteins

PEPTIDES WITH ANTIDIABETIC POTENTIAL

Fraction ABTSY DPPHY a-Amylase” a-Glucosidase”

GH1 20.0 +1.1¢ 310 +1.8° 7.9 + 0.5° 213 + 1.5°
(272.0 + 37.8%) (18.8 + 2.1

GH2 13.2 + 1.0° 26.9 + 1.8° 152 + 1.6* 23.0 + 2.1°
(61.5 + 8.2°) (13.8 +£2.2°)

GH3 16.1 + 0.9¢ 271+ 2.0 141 + 0.7 347 £ 1.2°
(140.8 + 28.8%) (15.4 £1.0°%)

AH1 34.8 + 0.6° 48.9 +0.2? 13.7 + 1.12 50.5 + 1.9
(767.1 + 21.7%) (40.2 +1.3%)

AH2 26.6 +1.1° 454 +0.4° 14.9 + 1.2° 322 + 1.7°
(490.9 + 34.1°) (36.0 +£1.4%)

AH3 28.5 + 0.6° 48.0 + 0.4 10.5 + 1.1° 33.9 + 1.7°
(556.5 + 20.6") (39.2 + 0.5%)

AHI-1 66.6 +1.7° 72.5 £ 1.22 44.0 + 1.1° 474 + 4.1°
(1981.6 + 63.3%) (44.5 +1.2%)

AH1-2 71.2 +1.6° 70.0 + 0.8%° 37.3 + 1.04 45.6 + 1.7°
(2154.2 + 60.4") (42.0 + 0.9%)

AHI-3 731+ 1.7° 71.8 + 1.2 57.7 + 3.1° 60.5 + 0.4
(2223.4 + 65.3%) (43.9 + 0.9%)

AH1-4 455 +2.0° 69.3 + 0.9° 349 + 114 459 + 1.7°
(1200.8 + 76.5%) (41.4 + 1.0°)

AHI-5 78.8 + 0.9 69.4 + 1.5 66.6 + 1.5 57.0 + 1.5%
(2433.2 +36.3%) (41.4 + 1.1%)

AHI-6 61.6 + 1.7¢ 69.9 + 0.6 63.3 + 1.1* 49.4 + 1.9
(1797.9 + 66.4%) (42.6 + 1.5%)

The results are the mean + SD of three replicates and they are expressed on a dry weight basis. YThe antioxidant activity was evaluated at 0.2 mg of protein/ml
and reported as percent inhibition and Trolox equivalents (TE)/100 g of protein (values in parentheses). “The samples were evaluated at 0.1 mg of protein/ml and
the values are reported as percent inhibition in relation to acarbose (1 mmol/L). Different letters in the same column for fractions (lowercase) or subfractions
(uppercase) indicate significant differences (p < 0.05) between the means according to the Tukey test.

hydrolyzates and bioactive peptides in legumes, including
chickpea (Ghribi et al., 2015; Kou et al., 2013; Xu et al.,
2020). The hydrolysis curves of the globulin and albumin
protein extracts treated with alcalase showed a high rate
of hydrolysis during the first 30-40 min (Figure S1). After
90 min, the DH of the chickpea genotypes varied signif-
icantly (p < 0.05) from 40.2% to 45.1% in the globulin
extracts and from 32.1% to 41.4% in the albumin extracts
(Table 1). These values correspond with those reported pre-
viously in chickpea protein extracts treated with alcalase
(Kou et al., 2013; Xu et al., 2020).

The protein content of the hydrolyzates ranged from 89.7
to 97.9 g/100 g for the globulin fractions and from 75.6
to 96.8 g/100 g for albumins (Table 1). These values were
slightly higher than that reported by Ghribi et al. (2015)
(83.8%) and suggested that the hydrolyzates were suitable
for the characterization of peptides with antioxidant and
antidiabetic potential.

3.3 | Invitro AA of albumin and globulin
hydrolyzates

In general, the AH showed higher AA (ABTS and DPPH)
than the GH in both kabuli and desi genotypes (Table 2).
This may be associated with the higher number of
peptides and amino acids with potential AA identified
in the albumin hydrolyzates compared to the globu-
lin hydrolyzates: albumins (303 peptides; Phe = 78,
His = 24, Trp = 12, Pro = 97) and globulins (170 peptides;
Phe = 42, His = 20, Trp = 10, Pro = 58) (Table S1). The
ABTS values for AH ranged from 197.62 (Blanoro) to
877.50 umol ET/L (Suprema 03) in kabuli genotypes and
from 459.57 (ICC4418) to 799.4 umol ET/L (ICC3512) in
desi types. In the case of the GH, the chickpea geno-
types with the highest AA by ABTS were Progreso 95
(488.95 pymol ET/L) and ICC3761 (518.69 umol ET/L),
while the genotypes with the lowest values were Blanoro
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3.5 | Peptide profiles, AA, and
antidiabetic potential of purified
subfractions from AH1-5

RP-UPLC-DAD analysis of AHI-5 showed four peaks
(Figure 2d) whose peptides were identified by mass spec-
trometry (Table 4; Figures S2-S7); the elution order of the
peptides corresponded with their hydrophobicity values.
Only peak 1 was a mixture of three peptides with similar
compositions (FEI, FEL, FIE). In silico analysis (BIOPEP
platform) of the AH1-5 peptides suggested their activities:
ROS scavenging and inhibition of enzymes of carbohy-
drate metabolism and blood pressure. Therefore, the AA

FIGURE 3 Molecular docking of the
purified peptides with a-amylase. FEI (a), FEL
(b), FIE (c), FKN (d), FGKG (e), and MEE (f).
Type of interactions: Electrostatic (orange

dashed lines), hydrogen bridge (green dashed
lines), and hydrophobic (pink dashed lines)

and antidiabetic potential were evaluated in the purified
peptides.

The AA by ABTS of the peptides purified from AHI1-
5 was evaluated at 0.2 mg/ml and ranged from 37.39%
to 78.25% (Table 4); these values were higher than those
reported by Zhang et al. (2019) for four synthetic pep-
tides designed from sequences found in soy hydrolyzates
(54.1%-70.8%; evaluated at 1 mg/ml). In the AA by ABTS,
peptides with negative charge showed the highest values
(Table 4). Another important parameter was the presence
of aromatic amino acids (F) since the benzene ring acts as
a free radical stabilizer by electron donation (Sanchez &
Vazquez, 2017). The presence of leucine at the C-terminus
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TABLE 5
the enzymes a-amylase, a-glucosidase, and DPP4

Total energy, interaction energy, and total number of interactions obtained by molecular docking of the purified peptides with

Global energy Binding energy Total Hydrogen
Peptide (kcal/mol) (kcal/mol) Interactions bonds
a-Amylase
FEI — 908.83 —7.32 7 2
FEL —904.63 —5.30 10 2
FIE —909.87 — 6.62 8 1
FKN —904.43 —9.37 12 8
FGKG —907.14 —10.04 13 7
MEE —900.88 —7.84 1 4
a-Glucosidase
FEI —1547.59 —17.18 3 1
FEL —1531.95 —6.48 4 1
FIE —1550.09 —7.00 4 1
FKN —1529.74 —6.33 8 5
FGKG —1545.99 —7.06 8 5
MEE —1543.58 —6.32 9 3
DPP4
FEI —1400.48 —8.31 8 2
FEL —1398.89 —12.70 9 5
FIE —1395.33 —13.05 10 1
FKN —1336.11 —8.19 6 4
FGKG —1408.46 —11.69 14 6
MEE —1394.64 —11.30 11 9

has also been reported to increase the AA (Chen et al.,
1996). Thus, this combination of factors explains the high-
est ABTS values for peptides in peak 1 (FEI, FEL, and
FIE).

The highest AA by DPPH was observed for the peptides
with the highest hydrophobicity (MEE, 74.14%; FGKG,
73.65%) (Table 4). This pattern corresponds with the results
of Wang et al. (2015) who evaluated the AA of nine peptides
from duck meat hydrolyzates and observed that peptides
with more than 50% hydrophobic amino acids showed
high DPPH inhibition values (54%-93%), while peptides
with 29% hydrophobic amino acids showed low values
(16%). The DPPH values of the present study were higher
than those reported by Zhang et al. (2019) for four synthetic
peptides derived from soybean hydrolyzates (40%-47% at
1 kg/L); these synthetic peptides showed lower hydropho-
bicity values than those in the AHI1-5 subfractions
(Table 4).

The purified peptides were evaluated for their antidi-
abetic potential: inhibition of a-amylase, a-glucosidase,
and DPP4 (Table 4). The inhibition of these enzymes is
considered an effective strategy in the control of type 2
diabetes mellitus. The a-amylase inhibition varied from

39.96% (FEI, FEL, FIE) to 54.12% (FGKG). These values
were similar to those reported by Oseguera-Toledo et al.
(2015) in protein hydrolyzates (>1 kDa) obtained with
alcalase-bromelain from pinto bean Durango and black
bean 8025 (30-50%). The inhibition values of a-glucosidase
varied from 41.97% (MEE) to 56.01% (FGKG) and were
lower than those found in peptide fractions (>1 kDa) from
pinto (75%) and black beans (70%) (Oseguera-Toledo et al.,
2015). The purified peptides were more efficient in the inhi-
bition of these enzymes than other nutraceuticals such as
the phenolics quercetin (¢-amylase, 16.6% at 0.66 mmol/L)
(Jaishree & Narsimha, 2020) and ferulic acid (a-amylase,
14.6%; a-glucosidase, 17% at 0.51 mmol/L) (Zheng et al.,
2020).

The peptides inhibited DPP4 (Table 4) with ICs
values (4.2-12.08 ug/ml) close to those reported for
commercial inhibitors such as Diprotin A (ILE-PRO-
ILE, ICsq = 1.1 pug/ml) and Diprotin B (VAL-PRO-ILE,
IC5y = 5.5 pg/ml) (Umezawa et al., 1984), and lower
than that reported for the commercial drug Sitagliptin
(C16H15FN;50, IC5y = 54.3 pg/ml) (Chandrasekaran et al.,
2020). The peak 1 peptides (FEI, FEL, and FIE) were the
best inhibitors of DPP4 (ICs, = 4.20 pg/ml).
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3.6 |

Molecular docking between the
peptides and a-amylase, a-glucosidase, and
DPP4

The a-amylase contains three domains (A, B, C) and a cat-
alytic triad in domain A (ASP'7, GLU?3, ASP3%0) (Brayer
etal., 1995). The specific activity of a-amylase is reduced up
to one million times when replacing/changing/blocking
ASP'7, whereas the substitution of GLU?* and ASP3*°
decreases the enzyme efficiency a thousand times (Brayer
et al., 2000). Molecular docking analysis (Figure 3) indi-
cated that all purified peptides interact with ASP'’ of a-
amylase, except for MEE that did not interact with any
residue of the catalytic site; however, MEE interacted with
other amino acids of the active site such as ARG!%, TRP*,

FIGURE 4 Molecular docking of the
purified peptides with a-glucosidase. FEI (a),
FEL (b), FIE (c), FKN (d), FGKG (e), and MEE
(f). Type of interactions: Electrostatic (orange
dashed lines), hydrogen bridge (green dashed
lines), hydrophobic (pink dashed lines), and
sulfur-X (blue dashed lines)

HIS'!, and HIS?®. FGKG and FKN interacted with the
three catalytic amino acids, suggesting they act through
competitive inhibition. The differences in enzyme inhi-
bition could be due to interactions with other amino
acids and the stability of the interactions. FGKG inter-
acted with TRP¥, LEU'62, ALA!®, and HIS**, while FKN
interacted with TRP>®, TRP*®, and HIS3">; these amino
acids have been shown to interact with acarbose and
bean protein inhibitors (Nahoum et al., 2000). In addition,
the hydrophobic interactions LEU'%2-PHE! and ALA!*%-
PHE! for FGKG appear to contribute significantly to sta-
bilize the inhibitor-enzyme complex, since FGKG showed
the highest percent inhibition and the lowest binding
energy (—10.047 kcal/mol) (London et al., 2011). The pep-
tides FEI, FEL, and FIE showed 7, 10, and 8 interactions,
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FIGURE 5 Molecular docking of the
purified peptides with DPP4. FEI (a), FEL (b),
FIE (c), FKN (d), FGKG (e), and MEE (f). Type
of interactions: Electrostatic (orange dashed
lines), hydrogen bridge (green dashed lines),
hydrophobic (pink dashed lines), and sulfur-X
(blue dashed lines)

respectively; the main interactions were electrostatic, fol-
lowed by hydrophobic and hydrogen bridges. These tripep-
tides showed the highest binding energy values (Table 5)
and the lowest a-amylase inhibition percentages (Table 4).

The active site of a-glucosidase is mainly formed by acid
(ASP>8, GLU*?, and ASP®'%) and basic residues (ARG®%°
and HIS®™); ASP>® acts as a nucleophile, while GLU>*!
and ASP®!° stabilize the transition state by acid/base catal-
ysis in conjunction with ARG®?° and HIS®* (Hermans
et al., 1991; Roig-Zamboni et al., 2017; Ur Rehman et al.,
2019). Only FGKG showed interactions with amino acids
of the a-glucosidase catalytic site (Figure 4), forming
unconventional hydrogen bonding between ASP>® and
GLY* (O—H) and between ARG®® and LYS?® (O—H).
ARG® is essential for a-glucosidase activity (Ur Rehman

\"'-‘. ;.
(ASP708) SER630
. L .
ASN710 ! !—' TYRS547
4 g L -y
§ : HIST40
TRP201

et al., 2019). The binding energy of the peptides with a-
glucosidase (Table 5) was lower than that reported between
acarbose and a-glucosidase (—4.42 kcal/mol) (Aispuro-
Pérez et al., 2019).

DPP4 has two binding sites S1 and S2. Site 1 (S1) con-
sists of hydrophobic amino acids (TYR>’, TYR®!, VALS®,
TRP%?, TYR%®?, TYR®%, and VAL’") that allow the inter-
action of uncharged amino acids with the catalytic triad
(SER%3°, ASP7%8/ASN"I0, HIS™0). Site 2 (S2) involves key
interactions with GLU?%, GLU2%, and ARG, and is
made up of a long hydrophobic chain and an aromatic
chain that increases the enzyme-substrate affinity. DPP4
also has a large cavity known as subsite S2’ that is sur-
rounded by VAL?Y, SER?*°, ARG*®, and PHE*’ (De
et al.,, 2019). Molecular docking analysis suggested all
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peptides are competitive inhibitors of DPP4, except for
FKN that did not interact with any amino acid in the
active site (Figure 5). The binding energies of the interac-
tions between DPP4 and the peptides were in the following
order: FIE < FEL < FGKG < MEE < FEI < FKN (Table 5),
which corresponded to the DPP4 inhibition values, except
for the FEI peptide (Table 4). The binding energy values
were lower than those reported for chickpea peptides gen-
erated with pepsin-pancreatin (—5.0 to —8.2 kcal/mol) and
bromelain (—5.1 to —7.3 kcal/mol) (Chandrasekaran et al.,
2020), indicating a high affinity between the purified pep-
tides and DPP4. FEI showed hydrophobic interactions pi-
alkyl type with the catalytic amino acid HIS™°, and with
TRP%?° and VAL®3, as well as pi-pi stacking type with
TRP%?. PHE! in the peptide formed hydrogen bonds with
TYR”? and GLU? and an electrostatic interaction with
ARG%. On the other hand, FEL interacted with amino
acids from DPP4 S2 (ARG'® and GLU?%), forming saline
bridges between the carboxyl group of GLU? and the guani-
dium group of ARG'®. This linkage was also observed
between GLU® of FIE and ARG'® of DPP4. ARG'® is
responsible for the binding of the inhibitor to the active site
(Hiramatsu et al., 2004). FKN formed only six interactions
with DPP4, four hydrogen bonds (ARG*?, PRO*'Y, and two
with GLU%?) and two hydrophobic pi-alkyl type (LYS*'?
and ILE>?°). FGKG showed the highest number of interac-
tions (14), including those with catalytic amino acids such
as ASN7!0 (hydrogen bridge) and HIS™? (hydrophobic), as
well as with S2 amino acids such as ARG'? (hydropho-
bic) and GLU?% (hydrogen bridges). GLU?® is essential for
DPP4 to recognize the proline residue in the N-terminus
of the substrate (Abbott et al., 1999). Only MEE formed
bonds with the three amino acids of the DPP4 catalytic
triad (SER%°, ASN7!°, and HIS™’), showing hydrogen
bonds with MET!, GLU?3, and MET!, respectively. MEE
also formed hydrogen bonds with the amino acid ARG'%
of S2 and hydrophobic interactions with the phenol ring of
TYR®6? of S1. The interactions between the purified pep-
tides and DPP4, except for FKN, have been reported for
commercial inhibitors such as Diprotin A and Sitagliptin
(Hiramatsu et al., 2004; Patel & Ghate, 2014). Thus, these
chickpea peptides are good alternatives for commercial use
and this is the first study reporting the inhibition of a-
glucosidase and DPP4 by peptides purified from chickpea.

4 | CONCLUSION

The chickpea hydrolyzates showed wide variability in pep-
tide content and AA, reflecting the great genetic diversity
of the genotypes analyzed. The average AA of albumin
hydrolyzates was higher than that of globulin hydrolyzates.
The purified peptides (FEI, FEL, FIE, FKN, FGKG, and

MEE) of the alcalase-hydrolyzates obtained from the albu-
min fraction of the ICC3761 genotype showed high radical
scavenging (ABTS and DPPH) and inhibition of enzymes
related to carbohydrate metabolism (a-amylase and a-
glucosidase) and type 2 diabetes (DPP4). These results sug-
gest the potential of chickpea hydrolyzates as nutraceutical
supplements to prevent/treat diseases related to oxidative
stress and diabetes.
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