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Abstract: Fruits are sources of bioactive compounds (BACs), such as polyphenols. This research
aimed to study the in vitro bioaccessibility of polyphenols from enriched apple snacks with grape
juice and determine their antioxidant capacity. Impregnation (I) treatments were carried out at
atmospheric pressure and in a vacuum (IV) at 30, 40, and 50 °C and their combinations with ohmic
heating (OH), I/OH, and IV/OH. Later, samples were dehydrated by forced convection at 40, 50,
and 60 °C. Enriched samples were subjected to in vitro digestion. The total polyphenols, monomeric
polyphenols, and antioxidant activities were determined from recovered extracts. Results showed
that total polyphenols present in higher concentrations in the gastric phase, 271.85 + 7.64 mg GAE/100
g d.m. Monomeric polyphenols’ behavior during in vitro digestion for the VI/OH 50 °C and dried
treatment (60 °C) was descending, mainly in quercetin, which decreased by 49.38% concerning
the initial concentration, before digestion. The cyanin, catechin, epicatechin, and epigallocatechin
decreased by 26.66%, 20.71%, 23.38%, and 21.73%, respectively. Therefore, based on obtained results,
the IV/OH 50 °C treatment (dried 60 °C) is the best combination to incorporate polyphenols from
grape juice.

Keywords: enriched apple snack; in vitro digestion; antioxidant activity

1. Introduction

To achieve products with health-promoting characteristics, food enrichment strategies, such as
vacuum impregnation [1], vacuum ultrasonication [2], ultrasound-assisted, and osmotic impregnation [3],
are widely applied. Another technology used is ohmic heating, which converts electrical into thermal
energy, allowing an even and rapid increase, resulting in a more effective process guaranteeing nutrient
retention [4]. Antioxidants’ effects depend on their concentrations in fruits and vegetables and their
bioaccessibility and bioavailability after ingestion. In vitro digestion has often been used to simulate
gastrointestinal conditions because it can be considered relatively simple when compared to in vivo
models in addition to being safe and not presenting ethical restrictions [5].

Bioactive compounds enter the organism through digestion, allowing for the extraction of
macronutrients (e.g., lipids) and micronutrients (e.g., minerals) from the food matrix into humans [6].
In vitro digestion allows us to determine those nutrients’ bioaccessibility once the food is ingested [7].
This bioaccessibility assay is generally divided into three phases for better understanding: the mouth,
gastric, and intestinal phases, which use x-amylase, pepsin, and a mixture of bile salts and pancreatin,
respectively [8], to release the bioactive compounds.
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Many studies have established the importance of polyphenols” bioaccessibility in grapes [9]
and apples [10]. However, few studies have evaluated the antioxidant characteristics of apple
snacks enriched with grape juice using vacuum impregnation (VI) and ohmic heating (OH) under
in vitro simulated gastric conditions; some similar studies have been reported by Barrera et al. [11].
These technologies have been applied to incorporate folic acid and arginine using apples as a matrix and
probiotics into dry fruit without studying their bioaccessibility [1,12,13]. The main flavanols present
in grape juices are procyanidins, epicatechin, and epigallocatechin, which have anti-inflammatory
and antimicrobial properties [14]. Among the monomeric polyphenols in apples are gallic acid,
procyanidin B1, catechin, procyanidin B2, epicatechin, syringic acid, and quercitrin [15]. Polyphenols are
hydrolyzed either by enzymes or gut microbiota metabolized; consequently, these compounds differ
from those present in food. Once biotransformed, they are low molecular weight compounds. Therefore,
they are more bioavailable [16], potentiating its beneficial effects on health. The food matrix and the
amount ingested may also influence antioxidants’ bioavailability of antioxidants [16]. It should be
mentioned that only 5-10% of phenolic compounds, despite having high bioavailability, are absorbed
in the small intestine, while a larger percentage (90-95%) is metabolized in the large intestine native
microbiota [16]. Thus, this study aimed to investigate the effects of simulated gastrointestinal digestion
of enriched apple snacks on the recovery of total polyphenols and monomeric polyphenols by HPLC.
Additionally, antioxidant activity was assessed before and after enriched apple snack digestion.

2. Materials and Methods

Raw material and chemical reagents.

The raw material, apple (cv. Fuji), and grape (cv. Pais) were collected from the local market
(Chillan, Chile 2019). The chemical reagents were used for the different analyses: NaHCO3, NaCl,
KClI CaCl,-2 H; O, K, HPO4, HCI, Folin-Ciocalteu, gallic acid, 1,1-diphenyl-2-picrylhydrazyl (DPPH);
2,4,6-tripyridyl-s-triazine, chloroform, anhydrous citric acid were acquired from Merck, Germany. Also,
mucin, x-amylase, pepsin, pancreatin, bile salts, delphinidin, caffeic acid, myricetin, quercetin,
(-)-epicatechin, (+)-catechin, (-)-epigallocatechin gallato, malvidin, p-coumaric acid, cyaniding,
Tween-20 were purchased from Sigma-Aldrich, USA. Syringe tip 45 filters pm PTFE from Merck
Millipore, Ireland, were used. Ultrapure water was obtained using a Thermo, Scientific filter.

2.1. Sample Preparation

Apple (cv. Fuji) and grape (cv. Pais) were acquired from local markets (Chillan, Chile 2019).
The fresh raw materials were stored under refrigeration (5 °C) until processing (maximum 48 h).
Apples were peeled manually and cut into 5-mm-thick slices (57 mm external and 17 mm internal
diameter) [1]. Grape juice was obtained using a juice processor (NEX, J-2000). Sample preparation
was carried out at the Laboratory of Analysis and Minimum Fruit Processing of the University of
Bio-Bio, Chile.

2.2. Enriched Apple

Enriched apple slices were obtained by applying impregnation (I), (VI), (OH), and vacuum
impregnation combined with ohmic heating (VI/OH) as described by Guerra-Valle et al. [17]. Finally,
the enriched apple snacks were generated with a drying process described by Moreno et al. [1] using
three temperatures: 40, 50, and 60 °C.

Vacuum impregnation and ohmic heating conditions were as follows: vacuum pressure of 50 mbar/5 min
and processed at 40, 50, or 60 °C using a drying oven at an air velocity of 1.5 m/s.

The selected combinations of temperature conditions that provided the best retention of total
polyphenols (impregnation temperature/drying temperature) were 50/60 °C for enriched apple snacks
impregnated with grape juice. Based on the total polyphenol content, the treatment with the highest
retention was selected for in vitro digestion. The fresh apple was used as a control sample for each of
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the analytical determinations. To report the results of each test per 100 g of dry matter (100 g d.m.),
the apple sample humidity was considered, as described by Guerra-Valle et al. [17].

2.3. In Vitro Digestion Process

The in vitro digestion process was performed according to Tenore et al. [18] and Poinot et al. [19],
with modifications. Artificial saliva was a prepared solution containing NaHCOj3 (5.21 g/L), NaCl
(0.88 g/L), KC1(0.48 g/L), CaCl,-2 H, O (0.44 g/L), K, HPOy4 (1.04 g/L) (Merck, Germany), mucin (2.16 g/L),
and o-amylase (13.00 g/L) (Sigma-Aldrich, USA). The pH was adjusted to 6.8, with 0.1 N HC],
and adjusted to a volume of 100 mL with ultrapure water.

For the chewing (mouth) phase, 5 g of sample was weighed and placed in a plastic bag along
with 80 mL of ultrapure water, and 12 mL of artificial saliva was added. The mixture was placed in
a stomacher for 2 min.

Gastric phase: After the mouth phase, 10 mL of pepsin solution (15 mg/15 mL of ultrapure water)
was added, and the pH was adjusted to 2.0 with 6 N HCIL. The sample was placed in a thermoregulated
bath with stirring at 37 °C for 2 h.

Intestinal phase: The pH of the above solution was adjusted to 6.5 with NaHCO3. Ten milliliters
of a mixture of pancreatin (60 mg/15 mL) with bile salts (750 mg/15 mL) was added. The sample was
placed in a thermoregulated bath with stirring at 37 °C for 2 h. To simulate intestinal conditions,
amber colored bottles were used, and these bottles were covered with aluminum foil. A static method
was used to simulate the stages of the digestion process. Digestion was divided into five phases:
mouth, gastric, and intestinal phases (initial, middle, and final). Samples of the initial intestine were
taken at the beginning of intestinal digestion, those of the middle intestine after one hour of intestinal
digestion, and the final sample at two hours.

2.4. Total Polyphenol Content during the In Vitro Digestion Process

Total polyphenol content was determined using the Folin Ciocalteu method described by
Waterhouse [20] using a linear range for the standard curve was between 50 to 500 mgy/liter in
a spectrophotometer (Genesys 10 S UV-Vis, Thermo Scientific). The results were reported in milligrams of
gallic acid equivalents in 100 g of dry matter (mg GAE /100 g d.m. After each phase of in vitro digestion,
15 mL of sample was taken and centrifuged (Eppendorf Centrifuge 5430 R, Germany) at 4000 RPM and
4 °C for 10 min. The supernatant was filtered (0.45 um) before performing the analyses [21].

2.5. Analysis of Monomeric Polyphenols by HPLC

An aliquot of 3 mL was taken and filtered using 45 um PTFE syringe tip filters (Merck Millipore,
Ireland) into 2 mL vials. The following standards were used, according to availability in the
laboratory depending on the investigations carried out: delphinidin, caffeic acid, myricetin, quercetin,
(-)-epicatechin, (+)-catechin, (-)-epigallocatechin gallato, malvidin, p-coumaric acid, and cyanidin
(Sigma-Aldrich, USA). Only the identified standards were reported. The HPLC-DAD instrument
(Perkin Elmer, series 200, Massachusetts, USA) consisted of a binary pump, an autosampler, a diode
array detector, a column compartment, and a Purospher STAR® 100 RP-18 e columns (125 X 4 mm, 5 pm
particle size) as described. Working conditions were established according to Ruiz et al. [22] using the
following mobile phases: A= acetonitrile/formic acid/water (3:10:87); B = formic acid/water/acetonitrile
(10:40:50), modifying the gradient of mobile phases. The DAD wavelengths were 280 and 520 nm for
flavan-3-ols and anthocyanins, respectively.

2.6. Antioxidant Capacity in the Snacks during In Vitro Digestion

Antioxidant capacity determinations were carried out at the Laboratory of Thermodynamics
and Supercritical Technology (LATESC) from the Chemical and Food Engineering Department at
the Federal University of Santa Catarina, Floriandpolis, Brazil. As stated above, after each phase of
in vitro digestion, 15 mL of supernatant was taken and centrifuged (Eppendorf Centrifuge 5430 R,
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Germany) at 4000 RPM and 4 °C for 10 min. The supernatant was filtered (0.45 pm) before performing
the analyses [17].

2.6.1. DPPH Radical Scavenging Method

The free radical scavenging capacity of the enriched apple snack was determined using
1,1-diphenyl-2-picrylhydrazyl (DPPH), as described by Mensor et al. [23]. Samples were measured at
a wavelength of 517 nm with a spectrophotometer (Genesys 10 S UV-Vis, Thermo Scientific). The DPPH
was expressed in ECj5, representing the concentration that decreases 50% of absorbance than a blank
(expressed in ug/mL). The ECs results were provided by a linear regression of antioxidant activity
curves from each extract concentration.

2.6.2. 3-. Carotene Bleaching Method

The p-carotene/linoleic acid antioxidant activity of the enriched apple snack extracts was assessed
as described by Matthédus [24]. Briefly, a solution of f-Carotene in chloroform (0.2 mg/mL, 2 mL) was
added to a mixture of linoleic acid (20 pL) and Tween 20 (100 pL), and the chloroform was subsequently
removed from the resulting mixture by a vacuum rotary evaporator at 40 °C. Distilled water (100 mL)
was then added to the residue, and the resulting mixture was vigorously stirred to form an emulsion.
The emulsion (240 pL) was then added to an aliquot of the sample (10 uL), and the absorbance was
measured at 460 nm against a blank containing the emulsion without -carotene. The assay mixture
was then placed in a water bath at 50 °C, and its absorbance was measured at 0 min and 120 min.
The antioxidant activity was then calculated using the following equation:

sample A460

Antioxidant activity (%) = (m

) +100 (1)
To the 3-Carotene bleaching assay, a control sample, replacing the extract with water, was prepared,
and the antioxidant activity of the extract was calculated.

2.6.3. Ferric Reducing Antioxidant Power (FRAP) Method

The ferric reducing antioxidant power (FRAP) method was performed as proposed by Benzie and
Strain [25], with some modifications by Arnous et al. [26], and was used to determine the antioxidant
activity via iron reduction. The reaction mixture was composed of 0.2 mL of extract solutions and
0.2 mL of ferric chloride (3 mM in 5 mM anhydrous citric acid). Blanks were prepared with 0.2 mL of
ethanol for analysis instead of an extract. The mixture was agitated and kept at 37 °C for 30 min. Then,
3.6 mL of TPTZ (2,4,6-tripyridyl-s-triazine) was added, followed by vortexing and cooling for 10 min
to measure the absorbance 620 nm. The extract reducing power was evaluated compared to the Trolox
solutions’ standard curve (from 0 to 500 umol Trolox/extract). The results are expressed as TE (1M/g)
and presented as the mean +standard deviation of triplicate assays.

2.7. Statistical Analysis

Data were subjected to analysis of variance (ANOVA) and the LSD test using the statistical
program Statgraphics Centurion XVI Software (Statgraphics, Virginia, USA, 2009), with 95% confidence
levels (with significance determined by p < 0.05). To verify the statistical significance, mean + standard
of three independent measurements.

3. Results

3.1. Impregnation Kinetics of Polyphenols from Grape Juice

To quantity polyphenols from grape juice incorporated into the apple matrix, different impregnation
treatments were studied: atmospheric pressure (I), vacuum impregnation (VI), and ohmic heating (I/OH
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and VI/OH) at temperatures of 30, 40, and 50 °C. These results are those observed in Figure 1. For the
three temperatures applied (30, 40, and 50 °C) and impregnation methods studied, the incorporation
of bioactive compounds (polyphenols) increased for up to 60 min and then decreased for most of the
studied conditions.
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Figure 1. Impregnation kinetics of apple slices with grape juice at three different temperatures,
30 °C (a), 40 °C (b), and 50 °C (c). I: atmospheric pressure and conventional heating; I/OH: atmospheric
pressure and ohmic heating; VI: vacuum impregnation and conventional heating; and VI/OH: vacuum
impregnation and ohmic heating at 13 V/cm.

3.2. Total Polyphenol Content during In Vitro Digestion

Changes that occurred during in vitro digestion of the apple snack (undigested and digested sample)
and the apple snack enriched with grape juice (undigested and digested sample) are shown in Figure 2.
The total polyphenol concentrations of the undigested apple snack (fresh/dried) and the enriched apple
snack (impregnated with grape juice) were 382.3 + 10.20 mg GAE/100 g d.m. and 322.29 + 10.60 mg
GAE/100 g d.m., respectively. In vitro digestion study was divided into five phases (mouth, gastric,
and small intestinal (initial, middle, and final)). For the apple snack (not impregnated), there were no
significant differences during in vitro digestion from the mouth phase to the initial intestinal phase.
Then, upon completing the digestion process, the phenolic content decreased significantly (Figure 2).
For the pair of samples, the control, and enriched apple snack, the phenolic compound concentrations
throughout the gastric phase were significantly higher than those in the other phases of in vitro digestion.
This behavior is due to phenolic compound hydrolysis when bound to carbohydrates and proteins
from the food matrix by enzymatic action and low pH during gastric digestion [27]. In the small
intestinal phase (initial, middle, and final intestinal), the phenolic content decreased significantly due to
pH changes, from medium acid (gastric digestion) to a medium alkaline [28]. Chemical reactions of
oxidation and polymerization cause the formation of chalcones and interaction with other compounds
present in the food matrix, such as carbohydrates, proteins, fibers, and minerals, which affect the
decrease in bioactive compounds as polyphenols in the small intestine [28].
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Figure 2. Total polyphenol content (TPC) in apple and enriched apple snacks with grape juice using
VI/OH treatment during in vitro bioaccessibility. A, B: Significant differences (p < 0.05) in apple snacks
(non-impregnated) according to the LSD test were identified. a, b ... : Significant differences (p < 0.05)
in enriched apple snacks (impregnated) according to the LSD test were identified.

Regarding the undigested samples, it can be observed that the non-impregnated (dry) samples
presented high total polyphenols content, due to a single heat treatment (dehydration), unlike the
impregnated apples and dried which were subjected to two heat treatments (ohmic heating and
dehydration), generating a sensitivity of polyphenols. However, during in vitro digestion, it was
observed that total polyphenols content was higher in the impregnated samples due to the phenomenon
of electropermeabilization (changes in the membrane) that occur during ohmic heating. This effect
causes bioactive compounds to be better retained and protected within the cell, which finally suggests
that they are more available at the time of digestion [1].

3.3. Changes in the Content of Polyphenols (Monomers) during Digestion In Vitro

Table 1 shows the total polyphenol content (TPC) and monomeric polyphenol content of fresh/dried
apple and the apple impregnated with grape juice. For the monomeric polyphenols present and identified
in the samples, the following retention times were obtained: 8.50, 11.70, 14.40, 14.80, and 36.70 min
for catechin, epigallocatechin, epicatechin, cyanidin, and quercetin, respectively. As observed in
Table 1, in the VI/OH (50 °C) and VI/OH and dried (60 °C) samples, they show an increase in catechin
concentration concerning the fresh sample epicatechin and epigallocatechin. However, in the digestive
process, these compounds decrease as the in vitro digestion process takes place. As for cyanidin, there is
a decrease compared to the fresh sample for these same treatments; possibly, this compound is affected
by the thermal conditions of the applied processes. Regarding epigallocatechin, its presence in the
VI/OH (50 °C) and VI/OH and dried (60 °C) samples is due to the incorporation of grape juice into
the matrix since it is not a phenolic compound present in the apple. As can be seen in Figure 3a—c,
the incorporation of epigallocatechin from the grape juice to the matrix is evident.

3.4. Antioxidant Capacity of the Snack during In Vitro Digestion

The results presented in Table 2 show the enriched apple snacks’ antioxidant capacity before
in vitro digestion (apple snack enriched with grape), comparing the antioxidant capacity methods of
the DPPH p-Carotene bleaching assay and FRAP assay. The samples treated with VI/OH enriched with
grape juice exhibited significantly higher antioxidant activity than the control sample (fresh/dried),
probably due to a significantly increased content of bioactive compounds due to the electroporation
phenomenon during the ohmic heating treatment [1].
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Table 1. Monomeric polyphenols, flavonoids content of fresh (fresh/dried), enriched apple snack, and in vitro digestion of impregnated with grape juice using VI/OH

50 °C and dried 60 °C.
Treatment (mg GAE/I;SO gd.m) - : Flavonmd? (mg/lf)o g dm) , , ,
Cyanidin Catechin Epicatechin Quercetin Epigallocatechin
Fresh 43277+ 486> 5759 + 3183 23414 + 1325P 1173 +  0.63°¢ 1077  +  0.64° ND
Dried apple 38230 +  1020¢ 180 =  0.04f 589 + 0498 147 + 0057 193 + 0079 ND
Mouth DA 10740 =+ 15.54 1 195 + 0.10¢ 415 + 011h 248 + 013N 190 +  099¢ ND
Gastric DA 12099 =+ 21.181 160 +  006f 308 + 016N 387 + 0.16h 184 + 015°¢ ND
Initial int. DA 117.83 21.991 257  + 0169%f 276 i+  0.12h 244 + 015N 202  + 0059 ND
Meddle DA 11571 =+ 19.59 1 294 + 013df 203 &  0.12h 083 =+ 0.03] 208 + 0.089 ND
Final Int. DA 103.65 =+ 24561 239 + 018df 249 &+  015h 193 =+ 01114 251 + 0214 ND
VI/OH (50 °C) 72026 & 4612 1395 +  090P 30095 + 12.05% 4765 + 2982 873 +  054b 2221 +  141°
VI/OH & dried (60 °C) 32229 =+ 10604 1039 +  052¢ 6213 +  411°¢ 2514 +  156P 409 +  010°¢ 16.24 +  061P
Mouth VD 24568  + 9.78 8 8.99 + 0.25¢ 3681 =+ 2844 1553 =+ 0.58 4 1.96 + 0109 12388 + 0.32°¢
Gastric VD 27185  + 7.64¢ 3.55 + 0204 2465 @+ 1.03 ¢ 17.48 =+ 0.37°¢ 207 = 0059 1037 + 0.674
Initial int. VD 26350  + 427 ¢f 3.32 + 0129 1613 =+ 091f6 1015 + 021¢f 1.79 + 0.07¢ 4.08 + 0.30°¢
Middle Int. VD 23520 =+ 6.76 8 355 + 0.19d 1355 +  0.48f¢ 932 0.27f 195 + (.03 3.59 +  027¢
Final Int. VD 187.85 =+ 9.16N 277 o+ 0139%f 1287 =+ 0.64f 588 + 0398 202  + 0049 3.53 + 0.10¢

a9 when significant difference (p < 0.05) between columns according to LSD test is identified by lower case letters in the superscript. d.m.: dry matter. DA: dried apple; VD: VI/OH & dried.
ND: Not Detected.
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Figure 3. Chromatograms of samples. (a) grape juice, (b) fresh apple, and (c) impregnated apple and

dried (VI/OH 50 °C). Peaks: 1 catechin, 2 epigallocatechin, 3 epicatechin, 4 cyanidin and 5 quercetin.

Table 2. Antioxidant capacity DPPH, -Carotene bleaching, and Ferric reducing antioxidant power

(FRAP) assay of dehydrated apple (control fresh/dried) and Enriched apple snack (grape juice)

undigested samples.

p-Carotene

DPPH Bleaching FRAP AA

ECs9 (ug/mL) AA% TE(uM/g)
Control (fresh/dried) 680.04 =+ 3622 1011 =+ 102 17078 =+ 1.92P
Enriched apple Snack (Grape Juice) 538.77 + 478 2655 + 4.00° 36856 =+ 19.532

&b when significant difference (p < 0.05) between rows according to LSD test are identified by lower case letters in

the superscript.
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Tables 3-5 show gastrointestinal digestion’s influence on enriched apple snacks’ antioxidant
activity. The antioxidant capacity was assessed with different methods, namely one method that
evaluates sample reducing capacity (FRAP assay), one method that evaluates the radical scavenging
capacity (DPPH), and one method that evaluates the ability to inhibit lipid peroxidation (-Carotene
bleaching assay). During in vitro digestion, antioxidant compounds could be chemically altered with
the consequent modification of their chemical properties and functions, leading to different antioxidant
activity results. For the evaluation, antioxidant capacity measurement by more than one method is
recommended [29,30]. The digested sample supernatants with the highest antioxidant activity were
obtained after in vitro digestion compared to the undigested samples.

Table 3. Antioxidant capacity DPPH assay of dehydrated apple (control fresh/dried) and Enriched
apple snack (grape juice) during in vitro digestion.

Control (Fresh/Dried) Enriched Apple Snack (Grape Juice)
EC50 [pg/mL] EC50 [p.g/mL]

Phases

Mouth 415.13 + 1.65 PC 654.10 + 7.17 B

Gastric 681.39 + 7.25aA 684.47 + 10.58 24
Initial Int. 417.47 + 8.45 bC 522.47 + 11.11 3¢

Middle Int. 42153 + 12.99 bC 449.60 + 5.82 3D

Final Int. 441.58 + 13.87 B 417.20 + 16.15 2B

a/bc... Different lowercase letters in a column indicate statistical difference (p < 0.05) according to LSD test.
A B C.. Different capital letters in a row indicate statistical difference (p < 0.05) according to LSD test.

Table 4. p-Carotene bleaching assay of dehydrated apple (control fresh/dried) and Enriched apple
snack (grape juice), during in vitro digestion.

Control (Fresh/Dried) Enriched Apple Snack (Grape Juice)
AA% AA%

Phases
Mouth 10.68 + 0.24 € 34.87 + 1.36 2C
Gastric 9.21 + 0.43 bD 41.84 + 2.00 2B
Initial Int. 10.85 + 0.37 b€ 36.01 + 1.742C
Middle Int. 22.10 + 0.37bA 76.11 + 2.942A
Final Int. 18.92 + 0.86 bB 76.20 + 2.04 247

ab.c... Different lowercase letters in a column indicate statistical difference (p < 0.05) according to LSD test.
A B, C.- Different capital letters in a row indicate statistical difference (p < 0.05) according to LSD test.

Table 5. Ferric reducing antioxidant power (FRAP) assay of dehydrated apple (control fresh/dried) and
Enriched apple snack (grape juice) during in vitro digestion.

Control (Fresh/Dried) Enriched Apple Snack (Grape Juice)
AA TE(uM/g) AA TE(uM/g)

Phases

Mouth 56.85 + 3.21 bE 155.00 + 5.56 2C

Gastric 105.00 + 5.56 D 162.41 + 3.212C
Initial Int. 143.89 + 5.56 bC 288.33 + 5.56 2A

Middle Int. 225.37 + 3.21bB 273.52 + 13.98 2AB

Final Int. 258.70 + 6.42 a4 266.11 + 9.62 B

abc... Different lowercase letters in a column indicate statistical difference (p < 0.05) according to LSD test.
A B, C.- Different capital letters in a row indicate statistical difference (p < 0.05) according to LSD test.

In the DPPH radical scavenging activity assay, the highest antioxidant activity obtained from
samples enriched with grape juice was 417.20 + 16.15 ug/mL at the final intestinal phase. The antioxidant
capacity of enriched apple snacks (grape juice) increased ~ 36% after the mouth phase until in vitro
digestion ended.
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According to p-Carotene bleaching assay, the antioxidant capacity of enriched apple snacks
(grape juice) increased ~ 118% after the middle intestinal phase and remained constant until the
end of the in vitro digestion (76.20 + 2.04 %). On the other hand, the antioxidant capacity of control
(fresh/dried) increased ~ 106% after the middle intestinal phase and decreased at the end of the
in vitro digestion.

In what concerns ferric reducing antioxidant power (FRAP) assay, results showed that both apple
snacks, control (fresh/dried) and enriched (Grape juice), increased the antioxidant capacity at the end
of the in vitro digestion. The highest antioxidant activity obtained from samples enriched with grape
juice was 288.33 + 5.5 uM/g at the initial intestinal phase.

4. Discussion

4.1. Impregnation Kinetics of Polyphenols with Grape Juice

Impregnation kinetics of polyphenols with grape juice was carried out at three temperatures
(30, 40, and 50 °C) most significant impregnation peak for the total polyphenol content was at 60 min,
to then record a decrease of these due possibly to its degradation by being exposed to the action of the
temperature. Some factors favor the impregnation of a compound, such as the high solubility and low
viscosity of the solution and the samples’ porosity [31]. De Lima et al. [32] studied different treatments
to impregnate calcium in pineapples, finding no significant difference in those samples impregnated
only with a vacuum pulse or several vacuum pulses. This behavior is probably due to the polyphenols’
degradation after longer exposure times to the impregnation methods. Some of the factors that favor
the impregnation of the compounds into a plant matrix are the high solubility and low viscosity of the
impregnation solution and the matrix’s porosity [31].

4.2. Total Polyphenol Content during In Vitro Digestion

The polyphenol reduction in the impregnated sample could be due to the degradation of these
bioactive compounds during the drying process [33] since they were exposed to dry air for 390 min,
while the control sample (fresh/dried apple snack) was dried for 340 min. Nonetheless, it should
be noted that samples were dried until equilibrium moisture was reached and not by drying time,
obtaining the following values: 10.75% and 10.66% moisture for the fresh/dried and impregnated
samples, respectively. The content of total polyphenols in the fresh/dried apple snack was similar to
that reported by Quitral et al. [34] in a similar product.

For the apple snack (fresh/dried), there were no significant differences during in vitro digestion from
the mouth phase to the initial intestinal phase. Then, upon completing the digestion process, the phenolic
content decreased significantly (Figure 2). For the pair of samples, the control, and the enriched apple
snack, the phenolic compound concentration throughout the gastric phase was significantly higher
than in the other phases of in vitro digestion. This behavior is due to phenolic compound hydrolysis
when they are bound to carbohydrates and proteins from the food matrix by enzymatic action and
low pH during gastric digestion [27]. In the small intestinal phase (initial, middle, and final intestinal),
the phenolic content decreased significantly due to pH changes, from moderately acidic (gastric digestion)
to moderately alkaline [9].

4.3. Changes in the Content of Polyphenols (Monomers) during Digestion In Vitro

Catechin and quercetin presented significantly higher values in the gastric phase than in the
other digestive phases; this is possibly due to the molecules’ stability against neutral or basic
pH [35]. The trends in monomeric polyphenols’ behavior during in vitro digestion for the VI/OH
and dried treatment (60 ° C) was downward at the end of the digestive process, mainly in quercetin,
which decreased by 49.38% concerning the concentration. Initially, before in vitro digestion, the cyanin,
catechin, epicatechin, and epigallocatechin decreased by 26.66%, 20.71%, 23.38%, and 21.73%,
respectively. This same behavior was reported by Lingua et al. [36] in the digestion of red grapes.
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However, in the gastric stage, there was a slight increase in epicatechin and quercetin, possibly due to
the stomach'’s gastric conditions that provoked the compounds’ release.

4.4. Antioxidant Capacity of the Snack during In Vitro Digestion

The study of the antioxidant capacity of the compounds from the diet to gastrointestinal digestion
is crucial to evaluate their potential effects on human |health. Possible interactions between bioactive
compounds and/or food constituents and the effects of luminal factors (including pH and enzymes),
food preparation, and food matrix nature could modify bioactive compounds’ chemical structure
affecting their bioactivity and their possible beneficial effects [37,38].

The obtained results suggest that the antioxidant components present in apple snacks are stable to
pH changes and enzymatic destruction. A possible explanation for the increase in antioxidant capacity can
be attributed to thermal treatment, which probably altered the juice composition and caused alterations
in the apple slices’ cell walls, thus allowing a more significant release of bioactive compounds from the
impregnated snack [9]. Moreover, the radical scavenging activity of polyphenols is strongly pH-dependent,
increasing significantly at low pH values. This increase in radical scavenging activity has been attributed
to the hydroxyl moieties” deprotonation present on the polyphenols” aromatic rings [39].

Liu et al. [40] examined the effects of extrusion on the properties of apple pomace. The antioxidant
activity in supernatants from in vitro digestion of extruded apple pomace powder was significantly
higher than that of freeze-dried apple pomace. Many factors could account for this increase in
antioxidant activity. There was a contribution from the phenolic compounds themselves due to
their release and conversion reactions. Ryan et al. [41] verified that red-colored juices showed high
antioxidant capacity, and this capacity was further enhanced following an in vitro digestion procedure.

5. Conclusions

Through the combination of VI and OH, an apple snack enriched with grape juice was created.
It was possible to incorporate polyphenols into the food matrix (apple slices), which increased its
antioxidant capacity. During the in vitro digestion procedure, the highest total polyphenol content
was identified in the gastric phase for apple snacks enriched with grape juice. In vitro digestion
demonstrated that polyphenols in enriched apple snacks remained bioaccessible during thermal
treatment (VI/OH). The tendencies in monomeric polyphenols’ behavior during in vitro digestion for
the VI/OH and dried treatment (60 °C) was descending at the end of the digestive process, mainly in
quercetin, which decreased by 49.38% concerning the intimal concentration before digestion. As for
the samples enriched with grape juice, epigallocatechin was incorporated from the juice into the
matrix. In the samples enriched with grape, most of the monomeric polyphenols decreased across the
different gastric phases. Likewise, the decrease in these monomeric compounds agrees with the total
polyphenol content.

Regarding the antioxidant capacity of the samples impregnated with IV/OH 50 °C treatment
(dried 60 °C), their antioxidant potential increased during the stages of the digestive process.
The previous results indicate that the combination of vacuum impregnation and ohmic heating
is an excellent technological option to obtain products that allow for the incorporation of antioxidants
and maintain nutritional value through various processes. However, further studies need to be carried
out with in vivo models to validate and compare the results obtained in this investigation.

Author Contributions: Conceptualization, C.P.-G., M.E.G.-V,, and G.S.-T.; methodology, C.P--G., S.M., and G.5.-T;;
formal analysis, C.P.-G.; investigation, C.P-G. and M.E.G.-V,; resources, ].M., and S.R.S.F,; data curation, C.P.-G.,
and S.M.; writing—original draft preparation, C.P.-G. and M.E.G.-V.; writing—review & editing, ].M., S.M.,
and S.R.S.F; supervision, ].M., S.R.S.E, and S.M.; project funding acquisition, ].M. All authors have read and
agreed to the published version of the manuscript.

Funding: This research received funding from CONICYT through FONDECYT 1160761, CNPq project 404347/2016-9,
and CAPES project PROEX 1624/2018.



Foods 2020, 9, 1681 12 of 14

Acknowledgments: We would like to thank our study participants for their time and cooperation during the
study and the staff of the Chemical Laboratory and Food Engineering Department, Federal University of Santa
Catarina, Florianépolis, Brazil.

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

References

1.

10.

11.

12.

13.

14.

15.

16.

Moreno, J.; Espinoza, C.; Simpson, R.; Petzold, G.; Nufiez, H.; Gianelli, M.P. Application of ohmic
heating/vacuum impregnation treatments and air drying to develop an apple snack enriched in folic
acid. Innov. Food Sci. Emerg 2016, 33, 381-386. [CrossRef]

Yilmaz, EM.; Bilek, S.E. Ultrasound-assisted vacuum impregnation on the fortification of fresh-cut apple
with calcium and black carrot phenolics. Ultrason. Sonochem. 2018, 48, 509-516. [CrossRef] [PubMed]
Hamedi, F.; Mohebbi, M.; Shahidi, F.; Azarpazhooh, E. Ultrasound-assisted osmotic treatment of model food
impregnated with pomegranate peel phenolic compounds: Mass transfer, texture, and phenolic evaluations.
Food Bioprocess. Technol. 2018, 11, 1061-1074. [CrossRef]

Cappato, L.P; Ferreira, M.V.; Guimaraes, ].T,; Portela, ].B.; Costa, A.L.; Freitas, M.Q.; Cunha, R.L.; Oliveira, C.A.E;
Mercali, G.D.; Marzack, L.D.F; et al. Ohmic heating in dairy processing: Relevant aspects for safety and quality.
Trends Food Sci Technol. 2017, 62, 104-112. [CrossRef]

Van de Wiele, T.R.; Oomen, A.G.; Wragg, ].; Cave, M.; Minekus, M.; Hack, A.; Cornelis, C.; Rompelberg, C.].M.;
De Zwart, L.L.; Klinck, B.; et al. Comparison of five in vitro digestion models to in vivo experimental results:
Lead bioaccessibility in the human gastrointestinal tract. J. Environ. Sci. Health A 2007, 42, 1203-1211.
[CrossRef]

Bouayed, J.; DeuBSer, H.; Hoffmann, L.; Bohn, T. Bioaccessible and dialysable polyphenols in selected apple
varieties following in vitro digestion vs. their native patterns. Food Chem. 2012, 131, 1466-1472. [CrossRef]
Da Silva Haas, I.C.; Toaldo, LM.; Gomes, T.M.; Luna, A.S.; de Gois, ].S.; Bordignon-Luiz, M.T. Polyphenolic profile,
macro-and microelements in bioaccessible fractions of grape juice sediment using in vitro gastrointestinal
simulation. Food Biosci. 2019, 27, 66—74. [CrossRef]

Gullon, B.; Pintado, M.E.; Fernandez-Lépez, J.; Pérez-Alvarez, J.A.; Viuda-Martos, M. In vitro gastrointestinal
digestion of pomegranate peel (Punica granatum) flour obtained from co-products: Changes in the antioxidant
potential and bioactive compounds stability. J. Funct. Foods. 2015, 19, 617-628. [CrossRef]

Tagliazucchi, D.; Verzelloni, E.; Bertolini, D.; Conte, A. In vitro bio-accessibility and antioxidant activity of
grape polyphenols. Food Chem. 2010, 120, 599-606. [CrossRef]

Bouayed, J.; Hoffmann, L.; Bohn, T. Total phenolics, flavonoids, anthocyanins, and antioxidant activity
following simulated gastrointestinal digestion and dialysis of apple varieties: Bioaccessibility and potential
uptake. Food Chem. 2011, 128, 14-21. [CrossRef]

Barrera, C.; Burca, C.; Betoret, E.; Garcia-Hernandez, J.; Hernandez, M.; Betoret, N. Improving antioxidant
properties and probiotic effect of clementine juice inoculated with Lactobacillus salivarius spp. salivarius
(CECT 4063) by trehalose addition and/or sublethal homogenization. Int. J. Food Sci. 2019, 54, 2109-2122.
[CrossRef]

Moreno, J.; Echeverria, J.; Silva, A.; Escudero, A.; Petzold, G.; Mella, K.; Escudero, C. Apple snack enriched
with L-arginine using vacuum impregnation/ohmic heating technology. Food Sci. Technol. Int. 2017, 23,
448-456. [CrossRef] [PubMed]

Betoret, N.; Puente, L.; Diaz, M.]J.; Pagan, M.]J.; Garcia, M.J.; Gras, M.L.; Martinez-Monz¢, J.; Fito, P.
Development of probiotic-enriched dried fruits by vacuum impregnation. J. Food Eng. 2003, 56, 273-277.
[CrossRef]

Da Silva Padilha, C.V.; Miskinis, G.A.; de Souza, M.E.A.O.; Pereira, G.E.; de Oliveira, D.; Bordignon-Luiz, M.T.;
dos Santos Lima, M. Rapid determination of flavonoids and phenolic acids in grape juices and wines by
RP-HPLC/DAD: Method validation and characterization of commercial products of the new Brazilian
varieties of grape. Food Chem. 2017, 228, 106-115. [CrossRef]

Han,M.; Li, G; Liu, X,; Li, A.; Mao, P; Liu, P; Li, H. Phenolic profile, antioxidant activity, and anti-proliferative
activity of crabapple fruits. Hortic. Plant. ]. 2019, 5, 155-163. [CrossRef]

Filosa, S.; Di Meo, E; Crispi, S. Polyphenols-gut microbiota interplay and brain neuromodulation. Neural Regen
Res. 2018, 13, 2055-2059. [CrossRef]


http://dx.doi.org/10.1016/j.ifset.2015.12.014
http://dx.doi.org/10.1016/j.ultsonch.2018.07.007
http://www.ncbi.nlm.nih.gov/pubmed/30080578
http://dx.doi.org/10.1007/s11947-018-2071-z
http://dx.doi.org/10.1016/j.tifs.2017.01.010
http://dx.doi.org/10.1080/10934520701434919
http://dx.doi.org/10.1016/j.foodchem.2011.10.030
http://dx.doi.org/10.1016/j.fbio.2018.11.002
http://dx.doi.org/10.1016/j.jff.2015.09.056
http://dx.doi.org/10.1016/j.foodchem.2009.10.030
http://dx.doi.org/10.1016/j.foodchem.2011.02.052
http://dx.doi.org/10.1111/ijfs.14116
http://dx.doi.org/10.1177/1082013217701354
http://www.ncbi.nlm.nih.gov/pubmed/28675966
http://dx.doi.org/10.1016/S0260-8774(02)00268-6
http://dx.doi.org/10.1016/j.foodchem.2017.01.137
http://dx.doi.org/10.1016/j.hpj.2019.01.003
http://dx.doi.org/10.4103/1673-5374.241429

Foods 2020, 9, 1681 13 of 14

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Guerra-Valle, M.E.; Moreno, J.; Lillo-Pérez, S.; Petzold, G.; Simpson, R.; Nufiez, H. Enrichment of Apple Slices
with Bioactive Compounds from Pomegranate Cryoconcentrated Juice as an Osmodehydration. Agent. J.
Food Qual. 2018, 5, 1-9. [CrossRef]

Tenore, G.C.; Campiglia, P.; Ritieni, A.; Novellino, E. In vitro bioaccessibility, bioavailability, and plasma
protein interaction of polyphenols from Annurca apple (M. pumila Miller cv Annurca). Food Chem. 2013, 141,
3519-3524. [CrossRef]

Poinot, P.; Arvisenet, G.; Grua-Priol, ].; Fillonneau, C.; Prost, C. Use of an artificial mouth to study bread
aroma. Food Res. Int. 2009, 42, 717-726. [CrossRef]

Waterhouse, A.L. Determination of total phenolics. Curr. Protoc. Food Anal. Chem. 2002, 6,11.1.1-11.1.8.
Bermudez-Soto, M.].; Tomas-Barberan, F.A.; Garcia-Conesa, M.T. Stability of polyphenols in chokeberry
(Aronia melanocarpa) subjected to in vitro gastric and pancreatic digestion. Food Chem. 2007, 102, 865-874.
[CrossRef]

Ruiz, A.; Hermosin-Gutierrez, I.; Mardones, C.; Vergara, C.; Herlitz, E.; Vega, M.; Dorau, C.; Winterhalter, P;
von Baer, D. Polyphenols and antioxidant activity of calafate (Berberis microphylla) fruits and other native
berries from Southern Chile. J. Agr. Food Chem. 2010, 58, 6081-6089. [CrossRef] [PubMed]

Mensor, L.L.; Menezes, ES.; Leitao, G.G.; Reis, A.S.; Santos, T.C.D.; Coube, C.S.; Leitao, S.G. Screening of
Brazilian plant extracts for antioxidant activity by the use of DPPH free radical method. Phytother Res. 2001,
15,127-130. [CrossRef] [PubMed]

Matthidus, B. Antioxidant activity of extracts obtained from residues of different oilseeds. J. Agric. Food Chem.
2002, 50, 3444-3452. [CrossRef] [PubMed]

Benzie, L.F; Strain, J.J. The ferric reducing ability of plasma (FRAP) as a measure of “antioxidant power”:
The FRAP assay. Anal. Biochem. 1996, 239, 70-76. [CrossRef]

Arnous, A.; Makris, D.; Kefalas, P. Correlation of pigment and flavanol content with antioxidant properties
in selected aged regional wines from Greece. J. Food Compost. Anal. 2002, 15, 655-665. [CrossRef]
Rodriguez-Roque, M.].; Rojas-Grauti, M.A.; Elez-Martinez, P.; Martin-Belloso, O. Changes in vitamin C,
phenolic, and carotenoid profiles throughout in vitro gastrointestinal digestion of a blended fruit juice.
J. Agric. Food Chem. 2013, 61, 1859-1867. [CrossRef]

Lucas-Gonzilez, R.; Viuda-Martos, M.; Alvarez, J.A.P; Fernandez-Lépez, J. Changes in bioaccessibility,
polyphenol profile and antioxidant potential of flours obtained from persimmon fruit (Diospyros kaki)
co-products during in vitro gastrointestinal digestion. Food Chem. 2018, 256, 252-258. [CrossRef]

Lima, K; Silva, O.; Figueira, M.E.; Pires, C.; Cruz, D.; Gomes, S.; Muchagato Mauricio, E.; Duarte, M.P.
Influence of the in vitro gastrointestinal digestion on the antioxidant activity of Artemisia gorgonum Webb
and Hyptis pectinata (L.) Poit. infusions from Cape Verde. Food Res. Int. 2019, 115, 150-159. [CrossRef]
Bhatt, A.; Patel, V. Antioxidant activity of garlic using conventional extraction and in vitro gastrointestinal
digestion. Free Radic. Antioxid. 2013, 3, 30-34. [CrossRef]

Atarés, L.; Chiralt, C.; Gonzaléz-Martines, C. Effect of solute on osmotic dehydration and rehydration of
vacuum impregnated Apple cylinders (cv. Granny Smith). J. Food Eng. 2009, 89, 49-56. [CrossRef]

De Lima, M.M,; Tribuzi, G.; de Souza, ].A.R.; de Souza, .G.; Laurindo, J.B.; Carciofi, B.A.M. Vacuum impregnation
and drying of calcium-fortified pineapple snacks. LWT 2016, 72, 501-509. [CrossRef]

Kyi, TM.; Daud, W.R.W.,; Mohammad, A.B.; Wahid Samsudin, M.; Kadhum, A.A .H.; Talib, M.Z.M. The
kinetics of polyphenol degradation during the drying of Malaysian cocoa beans. Int. J. Food Sci. Technol.
2005, 40, 323-331. [CrossRef]

Quitral, V.; Septlveda, M.; Schwartz, M. Antioxidant capacity and total polyphenol content in different apple
varieties cultivated in Chile. Rev. Iberoam. De Tecnol. Postcosecha 2013, 14, 31-39.

Pineda-Vadillo, C.; Nau, E; Dubiard, C.G.; Cheynier, V.; Meudec, E.; Sanz-Buenhombre, M.; Guadarrama, A.;
Téth, T.; Csavajd, E.; Hingyi, H.; et al. In vitro digestion of dairy and egg products enriched with grape
extracts: Effect of the food matrix on polyphenol bioaccessibility and antioxidant activity. Food Res. Int. 2016,
88,284-292. [CrossRef]

Lingua, M.S.; Wunderlin, D.A.; Baroni, M.V. Effect of simulated digestion on the phenolic components of red
grapes and their corresponding wines. J. Funct. Foods. 2018, 44, 86-94. [CrossRef]

Carbonell-Capella, ].M.; Buniowska, M.; Barba, EJ.; Esteve, M.].; Frigola, A. Analytical methods for
determining bioavailability and bioaccessibility of bioactive compounds from fruits and vegetables: A review.
Compr. Rev. Food Sci. Food Saf. 2014, 13, 155-171. [CrossRef]


http://dx.doi.org/10.1155/2018/7241981
http://dx.doi.org/10.1016/j.foodchem.2013.06.051
http://dx.doi.org/10.1016/j.foodres.2009.02.020
http://dx.doi.org/10.1016/j.foodchem.2006.06.025
http://dx.doi.org/10.1021/jf100173x
http://www.ncbi.nlm.nih.gov/pubmed/20438111
http://dx.doi.org/10.1002/ptr.687
http://www.ncbi.nlm.nih.gov/pubmed/11268111
http://dx.doi.org/10.1021/jf011440s
http://www.ncbi.nlm.nih.gov/pubmed/12033809
http://dx.doi.org/10.1006/abio.1996.0292
http://dx.doi.org/10.1006/jfca.2002.1070
http://dx.doi.org/10.1021/jf3044204
http://dx.doi.org/10.1016/j.foodchem.2018.02.128
http://dx.doi.org/10.1016/j.foodres.2018.08.029
http://dx.doi.org/10.1016/j.fra.2013.03.003
http://dx.doi.org/10.1016/j.jfoodeng.2008.04.002
http://dx.doi.org/10.1016/j.lwt.2016.05.016
http://dx.doi.org/10.1111/j.1365-2621.2005.00959.x
http://dx.doi.org/10.1016/j.foodres.2016.01.029
http://dx.doi.org/10.1016/j.jff.2018.02.034
http://dx.doi.org/10.1111/1541-4337.12049

Foods 2020, 9, 1681 14 of 14

38. Junior, ].B.P; Brito, R.C.; Pereira, L.P,; Dantas, K.G.F. Assessment of the bioaccessibility of trace elements in
cat’s claw teas by in vitro simulated gastrointestinal digestion using FAAS. Biol. Trace Elem. Res. 2018, 182,
178-184. [CrossRef]

39. Wojtunik-Kulesza, K.; Oniszczuk, A.; Oniszczuk, T.; Combrzyniski, M.; Nowakowska, D.; Matwijczuk, A.
Influence of Invitro Digestion on Composition, Bioaccessibility and Antioxidant Activity of Food
Polyphenols—A Non-Systematic Review. Nutrients 2020, 12, 1401. [CrossRef]

40. Liu, G,;Ying, D.; Guo, B.; Cheng, L.J.; May, B,; Bird, T.; Sanguansri, L.; Cao, Y.; Augustin, M. Extrusion of
apple pomace increases antioxidant activity upon in vitro digestion. Food Funct. 2019, 10, 951-963. [CrossRef]

41. Ryan, L.; Prescott, S.L. Stability of the antioxidant capacity of twenty-five commercially available fruit juices
subjected to an in vitro digestion. Int. J. Food Sci. Technol. 2010, 45, 1191-1197. [CrossRef]

Publisher’s Note: MDPI stays neutral with regard to jurisdictional claims in published maps and institutional
affiliations.

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).



http://dx.doi.org/10.1007/s12011-017-1084-1
http://dx.doi.org/10.3390/nu12051401
http://dx.doi.org/10.1039/C8FO01083H
http://dx.doi.org/10.1111/j.1365-2621.2010.02254.x
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Sample Preparation 
	Enriched Apple 
	In Vitro Digestion Process 
	Total Polyphenol Content during the In Vitro Digestion Process 
	Analysis of Monomeric Polyphenols by HPLC 
	Antioxidant Capacity in the Snacks during In Vitro Digestion 
	DPPH Radical Scavenging Method 
	-. Carotene Bleaching Method 
	Ferric Reducing Antioxidant Power (FRAP) Method 

	Statistical Analysis 

	Results 
	Impregnation Kinetics of Polyphenols from Grape Juice 
	Total Polyphenol Content during In Vitro Digestion 
	Changes in the Content of Polyphenols (Monomers) during Digestion In Vitro 
	Antioxidant Capacity of the Snack during In Vitro Digestion 

	Discussion 
	Impregnation Kinetics of Polyphenols with Grape Juice 
	Total Polyphenol Content during In Vitro Digestion 
	Changes in the Content of Polyphenols (Monomers) during Digestion In Vitro 
	Antioxidant Capacity of the Snack during In Vitro Digestion 

	Conclusions 
	References

