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Abstract: Natal plum (Carissa macrocarpa) contains anthocyanins, cyanidin 3-O-3-sambubioside
(Cy-3-Sa), and cyanidin 3-O-glucoside (Cy-3-G) that possess great bioactive properties. During
in vitro gastrointestinal digestion, Cy-3-Sa and Cy-3-G are highly sensitive to pH changes and
have low bioaccessibility rates of 7.9% and 22%, respectively. This study aimed to therefore use
microencapsulation techniques to improve the bioaccessibility of Cy-3-Sa and Cy-3-G. The crude
anthocyanin-rich extract was extracted from freeze-dried Natal plum fruit using ultrasonic-assisted
ethanol extraction. The anthocyanin-rich extract was encapsulated using the ionic gelation method.
Four distinct carrier agents, namely sodium alginate, pectin, xanthan gum and psyllium mucilage
were used to form the wall materials. Encapsulation efficiency was highest for alginate/psyllium
mucilage beads (93.67%), while alginate showed the least efficiency (86.80%). Scanning Electron
Microscopy revealed a cracked and porous structure for the Natal plum extract and a continuous
smooth structure for all the beads. Fourier transform infrared spectroscopy showed peaks at 3300 and
1610 cm ™!, confirming the presence of polyphenols and polysaccharides in all beads. Thermal stability
was higher for the alginate /psyllium mucilage beads and the observed thermal transitions were due to
the bonds formed between the polymers and the polyphenols. Alginate beads combined with xanthan
gum, pectin, and psyllium mucilage showed a prolonged release of anthocyanins compared to
alginate in vitro alone. The highest anthocyanin bioaccessibility was obtained from alginate/psyllium
mucilage beads (85.42 & 1.03%). The results showed the effectiveness of alginate/psyllium mucilage
beads in improving stability and in vitro anthocyanin release.

Keywords: indigenous fruits; anthocyanins; sodium alginate; encapsulation; microstructure; thermal
stability; release profile; bioaccessibility

1. Introduction

In the food industry, antioxidants and pigments produced from natural sources are
valuable additives. The stability of antioxidants and pigments (anthocyanins) is affected by
their low solubility, light, pH, oxygen, and temperature of the environment, and they are
rapidly destroyed during gastrointestinal digestion, resulting in lower bioaccessibility and
bioactivity [1]. Designing novel oral delivery methods is therefore essential to solve this
deficiency; the new system should permit control of the release of antioxidant compounds,
maintain the necessary concentration, and enhance the efficacy of current formulations [2].
Microencapsulation is a technique that can be used to protect bioactive molecules from in-
stability, while also allowing them to be used in new ways. Microencapsulation techniques
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include ionic gelation, spray drying, coacervation, freeze-drying, and emulsions, to name
a few [2]. Having a delivery system with distinct physicochemical properties is vital to
fulfilling the purpose of encapsulation, the wall materials used, and the end uses. In food
and pharmaceutical applications, several natural polymers, such as alginate, have been pro-
posed as encapsulating agents for a variety of active compounds [3]. Alginate, a food-grade
copolymer, is a commonly used material for the encapsulation of many bioactive com-
pounds due to its cost-effectiveness and compatibility [4]. Alginate is widely used to form
particles for food applications because of its excellent gelling properties in low-pressure
environments, making it suitable for heat-sensitive molecules. Calcium binds to the gu-
luronate moieties of the alginate polymer chains when it interacts with it and an egg-box
structure is formed [5]. Alginate gel particles, on the other hand, have varied porosity and
permeability depending on alginate characteristics and processing conditions, resulting
in different molecular diffusion kinetics and potential limitations in their application in
food items [6]. To lessen the porosity and dispersion of the beads, combined approaches of
ionic gelation and complexation with cationic polyelectrolytes have been proposed. The
anionic charges of the polysaccharides and the cationic charges of the polymers interact
electrostatically to cause the complexation [7]. In general, electrostatic compounds can be
reversed depending on the ionic strength and pH. By interacting electrostatically with the
anionic charges on the surfaces of the gel particles, substances such as hydrocolloids and
proteins can offer the encapsulated compounds more protection by blocking the passage of
the hydrophilic chemicals through the pores of the gel matrix. Combining alginate with
proteins or polysaccharides to act as either wall material or filling agents can overcome the
porosity and permeability limitations of alginate gels [7]. It has been reported that sodium
alginate can form strong complexes with other natural polyelectrolytes, such as pectin,
xanthan gum, and various types of mucilage (psyllium mucilage), through chain—chain
association, thereby improving the mechanical and chemical stability of pure alginate
beads and, as a result, the effectiveness of encapsulation [7]. Furthermore, there is no
information available on the possible combined application of alginate, psyllium husk
mucilage, xanthan gum, and pectin as a bioactive chemical encapsulating agent.

In addition, at a lower pH, the flavylium cation formed enables the anthocyanin
(pigments) to be highly soluble in water [1], and anthocyanin-gum polymerization could
possibly increase anthocyanin stability at a lower pH [8]. It has been reported that the
anthocyanin molecule becomes protonated when combined with the protonated amino
groups of gums, such as psyllium mucilage via ionic gelation, thereby creating a stronger
barrier that reduces anthocyanin loss. Fernandes et al. [8] reported that anthocyanins
provide a coating of the pectin’s surface through the development of very weak interactions,
such as hydrogen bonds and van der Waals bonds. However, for hydrophilic substances,
such as anthocyanin pigments, the ionic gelation process is still difficult due to issues
with encapsulation effectiveness, compound diffusion, interactions between polymers and
hydrophilic actives, and controlled release qualities of the core substance. Hence, it is of
paramount importance to develop anthocyanin delivery systems that are more effective and
facilitate targeted release. We would like to believe that this is the first description of the
ionic gelation-based encapsulation of anthocyanins from Carissa macrocarpa (Natal plum).

Carissa macrocarpa (Natal plum) is an indigenous red berry fruit rich in anthocyanins,
native to Natal, South Africa [9]. Natal plum contains cyanidin derivatives cyanidin
3-O-p-sambubioside (Cy-3-Sa), cyanidin 3-O-pyranoside, and cyanidin 3-O-glucoside
(Cy-3-g) [9,10]. The fruit extract also has interesting, potentially health-promoting benefits,
including antioxidant and x-glucosidase inhibitory activities. Seke et al. [9] demonstrated
that during simulated gastrointestinal digestion the anthocyanins from the Natal plum
were highly unstable with low bioaccessibility [9]. The low bioaccessibility of Natal plum
anthocyanins can hinder their functionality in the body. The efficiency of anthocyanins and
polyphenols depends on their integrity and bioaccessibility [1]. The action of anthocyanins
and polyphenols and their potential therapeutic benefits are constrained by their unsteadi-
ness and brittle stability during food preparation, circulation, or in the gastrointestinal
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tract [9]. Furthermore, they degrade quickly due to rapid oxidation, which could hinder the
effectiveness of using these polyphenols in the pharmaceutical and nutraceutical industries.
Hence it is necessary to introduce microencapsulation to protect the bioactive compounds
from adverse conditions during gastrointestinal digestion, such as unfavorable pH changes.
Apart from the health benefits, beads containing polyphenol (anthocyanin) extracts can be
used as functional additives and preservatives in the formulation of intricate food systems
and to prolong the shelf life of foods [11].

This study aimed to investigate the encapsulation of Natal plum anthocyanin extract
in different delivery systems (alginate, alginate-pectin, alginate-xanthan gum, and alginate-
psyllium mucilage). Encapsulation efficiency was used to assess the process’ efficiency,
while polymer—polyphenol interactions, microstructure, and thermal stability were also
assessed. The recovery, bioaccessibility, and release behavior of the anthocyanin extract
in vitro was also assessed.

2. Materials and Methods
2.1. Reagents and Standards

A commercially available, food grade Plantago psyllium husk, sodium alginate (pure
(>99%) food grade, viscosity 15-25 cp), porcine bile, xanthan gum (XG, viscosity; 1785 cps),
citrus pectin with a high degree of esterification (53%), sodium acetate (>99%), sodium cit-
rate (99.5), sodium chloride (>99%), potassium phosphate (>98%), acetate buffer (pH 5.2 & 0.1
(25 °C)), «-Amylase from porcine pancreas, potassium chloride (=>99%), pancreatin from
porcine pancreas (8 x USP), pepsin (powder, >250 units/mg solid), magnesium chlo-
ride (anhydrous, >98%), bovine bile (dried, unfractionated, NA.85), HCI (ACS reagent,
37%), ferric chloride (ACS reagent, 37%), ethanol (95%), calcium chloride (99%), ammo-
nium carbonate (ACS reagent, >30.0% NH3 basis), were procured from Sigma Aldrich
(Johannesburg, South Africa). All other reagents used were of analytical grade purity.

2.2. Natal Plum Phenolic Extraction and Alginate Beads Preparation

Natal plum phenolic extract was produced using a previously described method
by Ndou et al. [10]. Natal plum sample (10 g) was extracted using 80:20 ethanol/water
(100 mL) and was ultrasonicated for 30 min at 30 °C. The supernatant was obtained by
centrifugation at 3000x g for 20 min at 4 °C using a Hermle Z326k, Hermle Labortechnik
GmbH, Wehingen, Germany). The supernatant was collected. Alginate beads were made
following a method described by Li et al. [12]. Alginate (2% w/v, 2 g/100 mL), alginate
(2% w/v) in combination with xanthan gum (2% w/v, 2 g/100 mL), or pectin (2% w /v,
2 g/100 mL) or psyllium mucilage (1% w/v, 1 g/100 mL) was dispersed in distilled water
and agitated until completely dispersed. The alginate mixture was dropped into a Natal
plum extract solution (0.5% w/v) containing calcium chloride solution (5% w/v), using a
syringe under manual control. Calcium chloride was used as a hardening solution. Beads
were allowed to sit in the hardening solution for 10 min to ensure complete hardening. The
filtrate was then recovered after the beads had been filtered through a Whatman #4 paper
filter. After that, water was used to wash the beads. The schematic representation of the
process is illustrated in Figure 1.
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Figure 1. Schematic representation of the development of alginate-based beads and analysis.

2.3. Total Anthocyanin Content and Encapsulation Efficiency

The total anthocyanin content of the beads was determined using a method reported
by Aizpurua-Olaizola et al. [13]. Beads structures were destabilized by homogenizing
with 5% sodium citrate (10 mL) with constant stirring until complete dissolution had been
achieved. The total anthocyanin content (TAC) was measured using a pH differential
method based on the structural changes in chemical forms of anthocyanin, as described by
Seke et al. [9]. The Natal plum extract (1.5 mL) was mixed with 2.5 mL 0.025 M potassium
chloride (pH 1) or 2.5 mL of 1 M sodium acetate (pH 4.5). The color eluted by anthocyanin
is pH-dependent [9]. At pH 1.0 the molecule is pigmented, and it is colorless at a pH > 4.5.
Therefore, anthocyanins (pH, 1.0) absorb light more between 460 and 550 nm and colorless
ata pH of 4.5. It is possible to detect the total anthocyanins accurately and quickly even in
the presence of polymerized deteriorated pigments and other interfering compounds since
the difference in the pigment’s absorbance at 520 nm is proportional to the concentration
of pigment [13]. The solution was incubated for 30 min in the dark, and the absorbance
was measured at 520 nm and 700 nm (EZ Read 2000; Biocrom Ltd., Cambridge, UK). TAC
was expressed as mg equivalents of cyanidin-3-glucoside per g dry weight basis. The
encapsulation efficiency was calculated using Equation (1), described by Mendes et al. [14],

as follows. ) )
Anthocyanin content in beads

Anthocyanin content in the extract

EE% = x 100 1)

2.4. Microstructure of the Beads

The microstructure of freeze-dried Natal plum powder and alginate beads was exam-
ined using a JEOL Scanning Electron Detector microscope (SEM) with an Energy Dispersive
X-ray, running at 3 kV [15]. The samples were mounted directly on door-metallic speci-
mens of 12 mm in diameter and 10 mm in height and then metallized using a thin layer
of gold measuring 0.1 mm in thickness of 200 A. The samples were then observed with
magnifications of 2000, 2500, 5000, and 10,000 .

2.5. Thermogravimetric Analysis (TGA)

The thermostability of the beads was analyzed using a method by Mendes et al. [14].
To measure the loading efficiency of bioactive compounds, a TGA Q500 analyzer (TA
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Instruments-Waters LLC, New Castle, DE, USA) was employed with the temperature set to
900 °C and a heat rate of 10 °C min ! in nitrogen.

2.6. Fourier Transform Infrared Spectroscopy (FT-IR)

Polymer—polyphenol interactions in anthocyanin-enriched freeze-dried beads were in-
vestigated using Fourier transform infrared spectroscopy (FT-IR), following a methodology
proposed by Fathordoobady et al. [15]. Potassium bromide was added to alginate-based
beads and then mixed in a mortar with a pestle and pressed into pellets. An FI-IR spectrom-
eter (Perkin Elmer Spectrum 100 spectrometer, Waltham, MA, USA) was used to capture
infrared spectra in the wavelength range 600-4000 cm~!. A total of 32 scans were done and

spectra resolution was maintained at 4 cm 1.

2.7. In Vitro Release Behavior of Anthocyanins

The in vitro release properties of the Natal plum anthocyanins were done following
a method by Marefati et al. [16]. A total of 10 mL salivary fluid was added to the Natal
plum extracts and agitated at 170 rpm. After 2 min of continuous agitation, gastric fluid
(20 mL) was added to the mixture and the pH was adjusted to 2.5. The slurries were then
incubated for 2 h at 37 °C, then a 10 mL aliquot was collected to stop enzymatic reactions
and then stored at —80 °C for further analysis. Simulated intestinal fluid (SIF) (20 mL) was
then added and, adjusting the pH to 7.5, the digesta was incubated for 2 h. The digesta
were stored at —80 °C after digestion for future analysis. Percentage recovery after gastric
phase and bioaccessibility after intestinal phase was calculated using Equations (2) and
(3), respectively. Additionally, after specific time intervals, aliquots (2 mL) of the reaction
solution were taken (10, 30, 60, 90, and 120 min) and the percentage of release under
simulated gastric and intestinal conditions was calculated.

B
% Recovery = (ﬁ) x 100 (2)

The Bgc (TAC mg C3G g’1 DW)-was the phenolic compounds content in the gastric di-
gesta and Byp (TAC mg C3G g~ ! DW) was the anthocyanin content in the undigested beads.

Bioaccessibility % = (Bi) x 100 3)

Bnp

The Bs; (TAC mg C3G g~! DW) was the phenolic compound content in the in-
testinal digesta and Byp (TAC mg C3G g~ ! DW) was the anthocyanin content in the
undigested beads.

The color of the beads during in vitro digestion was measured using a Minolta CR-400
chromameter (Minolta, Osaka, Japan). The brightness was represented by the L* value,
positive a* values represented the intensity of the red color.

2.8. Statistical Analysis

All of the analyses were done in triplicate and twice. Tukey’s multiple range test and
analysis of variance (ANOVA) were used to assess whether the values of p < 0.05 were
substantially different. The data were analyzed using the statistical application Minitab for
Windows (2018).

3. Results
3.1. The Effect of Different Microencapsulation Wall Materials on Encapsulation Efficiency

The evaluation of encapsulation efficiency is a good way to see if the applied method
can entrap active materials efficiently. As seen in Figure 2, the type of polymer utilized
had a substantial (p < 0.05) impact on encapsulation efficiency. The best encapsulation
efficiency was found in alginate/psyllium mucilage beads, followed by alginate/pectin,
alginate/xanthan gum, and alginate. While encapsulation efficiencies are significantly
different, alginate/pectin, alginate/xanthan gum and alginate/psyllium mucilage beads
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were still high, the encapsulation efficiency of alginate by itself (approximately 87%) can
also be considered high. These findings are consistent with previous research on polymers
encapsulated in alginate and pectin hydrogels [17]. The efficiency of encapsulation was
improved by adding different polymers to the alginate system. This can be attributed to the
different structures of the added polysaccharides with the hydroxyl groups of the phenolics
in the Natal plum extract favoring the formation of hydrogen bonds with free carboxyl
end groups of the polysaccharides used [18]. Alginate is a polysaccharide composed of
B-D-mannuronic acid and 14 linked a-L-guluronic residues, organized in a homogenous
or heterogeneous pattern. The pKa is between 3.38-3.65. Xanthan gum is a polysaccharide
consisting of a 3-(1—4) d-glucose chain backbone, with a glucose molecule in every second
position of the backbone substituted at C3, with a trisaccharide side chain consisting of
(3-d-mannose-(1—4)-[3-d-glucuronic acid-(1—2)-«-d-mannose. The terminal mannose on
the side chain is partially substituted with a pyruvate residue and acetylated at the C-6
position. Psyllium gum is a highly branched anionic glycoprotein with a high molecular
weight of approximately 1500 kDa [19,20]. Conversely, pectin is a heterogeneous polysac-
charide with three main structural domains, including a homogalacturonan switching with
two types of highly branched rhamnogalacturonans sections. Pectin is anionic at neutral
pH but approaches zero charges at low pH [21]. The pKa-value of pectin is approximately
3.5. The pH of the formulation could therefore affect the degree of ionization of the polysac-
charide molecules and their electrostatic interactions with cations, such as anthocyanins.
Anthocyanins, being stable in acid, are complexed at low pH and this might reduce the effi-
ciency of encapsulation [22]. Gum Arabic was similarly also proposed to interact with tea
polyphenols through its protein moiety and hence enhance the encapsulation efficiency [12].
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Alginate Alginate/xanthan gum Alginate/pectin Alginate/psyllium
mucilage

O
N

Vo]
o

(o]
)]

oo
H

Encapsulation efficiency %
(o]
oo

0o
N

Figure 2. Effect of different polymers on the encapsulation efficiency of alginate-based beads. Er-
ror bars show the standard deviation value. Different letters over error bars indicate statistically
significant results.

3.2. Impact of Encapsulation on the Surface Morphology of the Beads

SEM images of freeze-dried Natal plum fruit and beads (Figure 3A-E) allowed the
surface morphology of the fruit powder and variably formed alginate beads to be charac-
terized. The morphology of cross-linked alginate beads is altered by freeze-drying, which
emphasizes irregular forms and heterogeneous surfaces. The drying steps had a significant
impact on the morphology of all samples in our study, particularly those obtained with
Natal plum powder, which had a cracked surface (Figure 3A). The presence of fissures in
dried Natal plum powder can facilitate oxygen transfer and chemical contact, resulting
in phenolic compound breakdown [23]. Encapsulation of the Natal plum extract with
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alginate resulted in a smooth surface with no cracks; furthermore, combining alginate
with other biopolymers, such as pectin, xanthan gum and psyllium mucilage, resulted
in a more homogenous morphological structure. Flamminni et al. [17] showed similar
prevention of a cracked surface with a thick and continuous structure when alginate and
pectin were used to encapsulate phenolic compounds in olive extract. Biopolymers added
to the alginate matrix increased the gel network’s resilience during the drying process by
acting as structural reinforcement against beads shrinking and collapsing [18]. The addition
of psyllium mucilage to the alginate matrix resulted in a surface that was noticeably uneven,
rough, and porous. Alginate, alginate/pectin, and alginate/xanthan gum all had a thick
and continuous structure with a heterogeneous profile. This might be due to the formation
of an interconnection chain resulting from intermolecular alginate-psyllium mucilage.

10pm JEOL 2021/10/12
as LOwW WD 6.7mm 12:46:45

Figure 3. Cont.



Foods 2022, 11, 2550

8of 17

Figure 3. SEM microphotographs of Natal Plum enriched alginate beads and Natal plum pow-
der. (A): freeze dried Natal plum powder, (B): alginate/psyllium mucilage, (C): alginate/pectin,
(D): alginate/xanthan gum, (E): alginate.

3.3. Fourier Transform Infrared Spectroscopy (FTIR) Analysis

FTIR was used to investigate the different spectra of Natal plum powder and anthocyanin-
infused alginate-based beads to determine the possible molecular interactions between the
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elements of the four delivery systems (Figure 4). Distinct peaks at approximately 3300, 2932,
2160, 1717, 1610, 1426, 1244, and 1031 cm ! confirmed that the extract’s major constituent
is anthocyanins. The wide peak at 3216 cm~! proposed that O-H bonds were stretching
vibrationally. This may be due to intramolecular and intermolecular bonding, as well as
free hydroxyl groups. Alginate beads exhibited a bigger and a broader region for O-H
stretching in the presence of Ca?* ions. C-H bonds were lengthening, as shown by the peak
at 2932 cm~!. The stretching vibration of C-O at 1706 cm~! and the bending vibration
of C-O-C groups at 1031 cm ! indicated the existence of carbohydrates. The band at
1244 cm~! matched the aromatic rings’ skeletal stretching vibration and the flavonoids’
C-O-C group [24]. The bands observed in this study are comparable to those found
in crude jussara fruit extract [25]. All of these functional groups confirmed the beads’
high anthocyanin content. Anthocyanins as cyanidin compounds, in particular, have
an absorption spectra region of 3100-3400 cm~! (O-H symmetric stretching vibration)
with others showing at 2900-2840 cm~! (C-H aliphatic), 675-870 cm ™! (C-H aromatic)
and 1660 cm~! (C=C aromatic), confirming the presence of phenolic compounds within
the alginate beads [26]. Furthermore, bands related to the skeletal stretching vibration
of aromatic rings and the C-O-C group of flavonoids (1260, 1076 and 1516 cm~!) were
detected via several peaks that show increasing intensity on the alginate.
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Figure 4. Fourier transform infrared spectroscopy measurements (FI-IR) of A-alginate, APS-
alginate: psyllium mucilage, AX-alginate: xanthan gum, APC-alginate: pectin beads and NPFP-Natal
plum powder.

O-H in-plane deformation may potentially be responsible for the 1363 cm ! absorption
band in polyphenols. The deformation vibration of C—C bonds in phenolic groups adsorbs
in the 1500-1400 cm ™! range [27]. The addition of different biopolymers to alginate showed
that the original functional structure and the integrity of Natal plum powder were retained,
and the combination of encapsulation prevented the loss of bioactive compounds.

3.4. The Effect of Encapsulation on the Thermal Stability of Anthocyanins in Encapsulated
Alginate-Based Beads

Anthocyanin retention in foods has a significant impact on their sensory qualities,
including flavor, taste, and appearance [28]. During processing anthocyanins are highly
unstable therefore it is critical to investigate the accelerated thermal stability of encapsulated
Natal plum anthocyanins before incorporating them into foods. The thermogravimetric
analysis investigates the thermal degradation of a sample due to mass loss over a given
temperature range [29]. The samples were heated from 10 °C to 900 °C, and the mass
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loss of the beads is represented in Figure 5A-D. The mass loss findings were consistent
across all treatments, as shown in Figure 5A-D on the mass of the derivate axis represented
in %/min. The evaporation of the water first absorbed by the beads, which happens
between 20 and 200 °C, causes the first and second mass losses. The deterioration of
biopolymers and disintegration of encapsulated material caused a significant loss of mass
at approximately 280 °C. Additionally, mass loss in the 170-370 °C range could be linked
to glycosidic bond obliteration [14]. The temperature range (close to 800 °C) leads to
the degradation of sodium alginate [30]. The residue amounts for the alginate beads are
approximately 36%, 26%, 20%, and 27% for alginate, alginate/pectin, alginate/xanthan gum
and alginate/psyllium, respectively. Under nitrogen, thermal analysis of organic material
results in the formation of residual carbon due to formation of non-volatile structures [31].
The differences in the residue amounts can be linked to the structures and molecular weight
of polysaccharides used in bead making [32]. Furthermore, alginate on its own may have
incorporated more calcium to gel and hence formed more metal oxide residues. Psyllium
mucilage is a high molecular weight polysaccharide (20,000,000 Da) [33] and has higher
amounts of carbonaceous material, which may also contribute the higher residual weight.
Pectin has a molecular weight of between 50,000 and 180,000 Da [34]. Xanthan gum has
the least molecular weight (933.7 g/mol) and hence the least residual weight. A similar
thermogravimetric profile has been reported in a study on jabuticaba extracts alginate-
based beads developed using different alginate concentrations [14]. These variations in
thermograms between pure native polymers and beads demonstrate the existence of ionic
interactions that may result in the development of novel structures with various thermal
properties [30]. These findings indicate that the beads we created exhibit stability under
typical physiological conditions.
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Figure 5. Curves of thermogravimetric analysis of treatments from alginate beads (A), alginate:
xanthan gum beads (B), alginate: pectin beads (C) and alginate: psyllium mucilage beads (D).

3.5. In Vitro Release Behavior of Anthocyanins

The bioavailability of anthocyanins in plasma after consuming a meal is limited [35],
which is often related to their low stability, permeability, solubility, and gastrointestinal
tract metabolism [36]. Bioactive substance encapsulation can increase bioavailability by
increasing water solubility and allowing for release in a precise environment, ensuring
increased absorption by the body [37]. The ability of anthocyanin extracts encapsulated
to withstand physiological gastrointestinal media for anthocyanin-loaded bead release
behavior was investigated. The beads were subjected to simulated gastric fluid (pH 1.5)
and simulated intestinal fluid (pH 6.8). In comparison to the other samples, the sample
coated with psyllium mucilage released fewer anthocyanins in the gastric phase (Figure 6A).
Throughout the 120 min of study, the release of anthocyanins increased in general. The
anthocyanin release profile revealed that the porosity of alginate beads still permitted an-
thocyanin compounds to diffuse out of the beads. The percentage of released anthocyanins
to the gastric phase in alginate beads containing extract was only 18%, while samples
containing pectin, xanthan gum, and psyllium mucilage had 16, 14, and 12%, respectively.
Alginate is frequently converted to insoluble alginic acid in an acidic medium [38]. The
swelling of calcium alginate gels in an acidic environment may have limited the diffusion
of loaded anthocyanins into the media during the first half-hour of incubation, resulting in
anthocyanin release being delayed for the next 1.5 h in acidic SGF [39]. Psyllium-alginate
beads delayed anthocyanin release in the simulated gastric phase, demonstrating that they
were more stable in an acidic environment (pH = 1.5). After simulated stomach digestion,
all of the beads in the study retained their spherical shape and red color. Kim et al. [40]
suggested that the release of anthocyanin is approximately proportionate to the shrinkage
of the beads, showing that squeezing pressure is the dominant dynamic factor for antho-
cyanin release in SGF. The thick matrix of the constricted beads may prevent anthocyanin
molecules from moving, resulting in the release of anthocyanin being terminated after 2 h
of incubation.
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Figure 6. (A) gastric release and (B) intestinal release of anthocyanins from alginate beads.

During the intestinal phase, the integrity of the alginate beads was maintained for
the first 10 min, but, after that, the amount of anthocyanin extract released from the
beads increased (Figure 6B). During a 2 h incubation in SIF, the beads released some
of the entrapped anthocyanins (24-29%). The release profiles of all types of alginate
beads in SIF were found to be identical although alginate/psyllium beads showed a
delayed-release. As can be seen, the mechanism of release in SIF differed from that of SGF.
This was most probably because alginate has varying solubilities in acidic and alkaline
environments. This is due to the interaction of Ca?* ions associated with -COO- groups
of alginates, which are primarily defined by polymannuronate sequences, with Na* ions
present in the saline solution at pH 6.8. [41]. Chain relaxation and gel expansion are caused
by increased electrostatic repulsion between the negative charges of the -COO- groups.
Because the polyguluronate sequences have significant auto-cooperation binding to calcium
ions, promoting stable cross-links within the gel structure, when the calcium ions in the
“egg-box” structure disintegrate and diffuse into the medium, the gel beads begin to
dissolve [42]. Other mechanisms, such as those proposed in Section 3.1, could have formed
and preserved alginate/psyllium beads.
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3.6. Effect of Gastrointestinal Fluids on the Total Anthocyanin Content and Color of the
Alginate-Based Beads

An in vitro digestion model was used to calculate the anthocyanin released during
digestion. The total anthocyanin content of the beads followed the same pattern in all of
the digestion phases (Table 1). The beads showed an anthocyanin recovery of between
83.46 £ 0.88% and 92.8 + 1.68% after exposure to gastric juices. These results showed
the positive effect of the encapsulation systems on anthocyanin stability compared to the
recovery (39%) that was reported in our previous study on unencapsulated Natal plum
extract [9]. Alginate beads increased anthocyanin bioaccessibility to 66.41 £ 0.45% whilst
alginate/psyllium mucilage beads resulted in the highest anthocyanin bioaccessibility
of 85.42 £ 1.03%. Alginate-based beads took longer to dissolve in the stomach, and
under the effect of acid, they may have formed aggregates. As a result, the anthocyanins
were encapsulated within an alginate matrix that was resistant to gastric digestion and
considerably slowed anthocyanin diffusion. During the intestinal phase, the contents were
further reduced. The decreased anthocyanin concentration in the intestinal phase could
be due to the beads gradually dissolving in the neutral-alkaline solution of the intestinal
fluid, causing some of the anthocyanins to leach out. Many factors affect the release of core
materials from powder microparticles during in vitro digestion, including microparticle
shape, powder solubility, interactions between core and wall components, and enzyme and
ion resistance [43].

Table 1. Effect of gastrointestinal digestion on the anthocyanin profile of alginate-based beads.

TAC mg C3G g~1 DW TAC mg C3G g1

TAC mg C3G g1

o . ST
Beads Undigested Gastric Digestion Recovery % Intestinal Digestion Bioaccessibility %
Alginate 32712 +£0.57 27.30° 4+ 0.85 83.46 22.38 °£0.29 66.41
Alginate + pectin 37222 +£0.31 33.29° 4+ 0.20 89.44 27.92°¢ 4+ 0.89 75
Alginate + xanthan gum 36.55% £0.29 30.19° 4+ 0.89 82.59 2418 £0.32 68
Alginate + psyllium gum 40.14% £0.18 37.29° 4+ 0.37 92.89 34.29° +0.76 85.42

Means followed by different letters in a row differ significantly at p < 0.05.

The L* and a* parameters of samples from gastric and intestinal fluids after 120 min
are presented in Table 2. The trend that was followed by the dissolved beads was as follows:
undigested < gastric phase < intestinal for the L* values indicated lower levels of whiteness
in the undigested beads, which was supported by the * values that were on significantly
higher levels, indicating a higher intensity of redness after 120 min. The color eluted by
anthocyanin is pH-dependent [9]. At pH 1.0 the molecule is pigmented and colorless at
a pH > 4.5. Therefore, during gastrointestinal digestion the anthocyanins are exposed to
rigorous pH changes that can affect their structure and pigmentation [13]. Hence, it is
important to determine the impact of encapsulating anthocyanins using different biopoly-
mers on the anthocyanin stability in vitro. Incorporating other biopolymers to the alginate
system showed improved redness stability thereby indicating the improved stability of
anthocyanin compounds in the gastric phase. After simulated intestinal digestion, algi-
nate/psyllium beads were redder compared to all other beads. When compared to the
gastric phase, the intestinal phase had a propensity to be whiter (greater L*) compared to
the gastric phase. The pH levels of the intestinal phase could be the reason for this behavior.
The stability of anthocyanins is greatly reliant on pH, with neutral-alkaline conditions
making them unstable [9]. Furthermore, beads may disintegrate and release anthocyanins.
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Table 2. Effect of gastrointestinal digestion on the color profile of alginate-based beads.
Undigested Gastric Phase Intestinal Phase
Beads
L* a* L* a* L* a*

Alginate 2472 £0.37 12.36 4 +0.23 4592 £0.19 8.76 ¢ £ 0.37 16412 £0.75 1.69 € +0.28

Alginate + pectin 1.63° 4 0.17 13.28 ¢ £ 0.55 2.67° +0.26 12.10° 4 0.01 12.65° 4+ 0.83 221 4+0.14
Alginate + xanthan gum 1.53° 4+ 0.38 13.94% +0.79 2.64° +0.09 12.64° +0.13 12.79° 4+ 0.27 2.11° +£0.79
Alginate + psyllium gum 1.36 € £ 0.27 16.382 £ 0.35 2.59 ¢ £0.19 14.272 £0.03 10.55 € +0.13 3.832 +0.08

References

1.

Values are Means & SD. Means in a column followed by different letters differ significantly at p < 0.05.

4. Conclusions

The anthocyanin-rich phenolic extract from Natal plum fruit was encapsulated. Algi-
nate/psyllium gum beads resulted in the most efficient encapsulation compared to beads
containing alginate alone or combined with xanthan gum or pectin. The microstructural
analysis showed that encapsulation led to a smooth structure with no cracks compared
to the unencapsulated extract. FTIR analysis confirmed the presence of polyphenols and
that the extract was successfully incorporated into the beads. Peaks at approximately
3300, 2932, 2160, 1717, 1610, 1426, 1244, and 1031 cm ™! confirmed that the extract’s major
constituent is anthocyanins. Thermal stability analysis also revealed a positive effect of
gelation on the physicochemical stability of the encapsulated Natal plum extract. Due to
their increased swelling properties in bioactive compound-loaded beads at a higher pH,
natural polymers significantly affect mechanical properties, porosity, and in vitro release
control. As a result, combing alginate with other polysaccharides resulted in the delayed
release of anthocyanins from the beads in vitro. The percentage of released anthocyanins to
the gastric phase in alginate beads containing extract was only 18%, while samples contain-
ing pectin, xanthan gum, and psyllium mucilage had 16, 14, and 12%, respectively, and the
beads released some of the entrapped anthocyanins (24-29%). Generally, alginate/psyllium
beads can be used for food additives and for oral delivery of natal plum anthocyanins.

Author Contributions: ES., conducted the experiments, data collection, and statistical analysis and
wrote the manuscript. VE.M. guided the student through the encapsulation and in vitro digestion
methods, validated and visualized the data, and revised the first draft of the manuscript. RM.S.,
co-supervisor of the PhD student, edited the manuscript. Y.S., a research collaborator, introduced the
concept of in vitro digestion. The research facility was provided by D.S., grant holder, supervisor,
and project manager. All authors have read and agreed to the published version of the manuscript.

Funding: Authors acknowledge financial support from the Department of Science and Innovation,
the Government of South Africa, and the National Research Foundation (Grant number 98352) for
Phytochemical Food Network to Improve Nutritional Quality for Consumers.

Institutional Review Board Statement: Not Applicable.
Informed Consent Statement: Not Applicable.
Data Availability Statement: The corresponding author can provide data from this study upon request.

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

Jurié, S.; Juri¢, M.; Krol-Kilifiska, Z.; Vlahovi¢ek-Kahlina, K.; Vincekovié, M.; Dragovié¢-Uzelac, V.; Donsi, E. Sources, stability,
encapsulation and application of natural pigments in foods. Food Rev. Int. 2020, 36, 1-56. [CrossRef]

Ozkan, G.; Franco, P.; De Marco, I; Xiao, J.; Capanoglu, E. A review of microencapsulation methods for food antioxidants:
Principles, advantages, drawbacks, and applications. Food Chem. 2019, 272, 494-506. [CrossRef]

Martdu, G.A.; Mihai, M.; Vodnar, D.C. The use of chitosan, alginate, and pectin in the biomedical and food sector—Biocompatibility,
bioadhesiveness, and biodegradability. Polymers 2019, 11, 1837. [CrossRef] [PubMed]

Lopez-Rubio, A.; Gavara, R.; Lagaron, ].M. Bioactive packaging: Turning foods into healthier foods through biomaterials. Trends
Food Sci. Technol. 2006, 17, 567-575. [CrossRef]


http://doi.org/10.1080/87559129.2020.1837862
http://doi.org/10.1016/j.foodchem.2018.07.205
http://doi.org/10.3390/polym11111837
http://www.ncbi.nlm.nih.gov/pubmed/31717269
http://doi.org/10.1016/j.tifs.2006.04.012

Foods 2022, 11, 2550 16 of 17

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Leong, J.Y.; Lam, WH.; Ho, KW.; Voo, W.P; Lee, M.EX,; Lim, H.P; Tey, B.-T.; Poncelet, D.; Chan, E.S. Advances in fabricating
spherical alginate hydrogels with controlled particle designs by ionotropic gelation as encapsulation systems. Particuology 2016,
24, 44-60. [CrossRef]

Ching, S.H.; Bansal, N.; Bhandari, B. Alginate gel particles—A review of production techniques and physical properties. Crit. Rev.
Food Sci. Nutr. 2017, 57, 1133-1152. [CrossRef] [PubMed]

Tarone, A.G.; Cazarin, C.B.B.; Junior, M.R. M. Anthocyanins: New techniques and challenges in microencapsulation. Food Res. Int.
2020, 133, 109092. [CrossRef]

Fernandes, A.; Bras, N.F,; Mateus, N.; de Freitas, V. Understanding the molecular mechanism of anthocyanin binding to pectin.
Langmuir 2014, 30, 8516-8527. [CrossRef]

Seke, F.; Manhivi, V.E.; Shoko, T.; Slabbert, R.M.; Sultanbawa, Y.; Sivakumar, D. Extraction optimisation, hydrolysis, an-
tioxidant properties and bioaccessibility of phenolic compounds in Natal plum fruit (Carissa macrocarpa). Food Biosci. 2021,
44,101425. [CrossRef]

Ndou, A ; Tinyani, P.P; Slabbert, R.M.; Sultanbawa, Y.; Sivakumar, D. An integrated approach for harvesting Natal plum (Carissa
macrocarpa) for quality and functional compounds related to maturity stages. Food Chem. 2019, 293, 499-510. [CrossRef]
Hosseini, H.; Jafari, S.M. Introducing nano/microencapsulated bioactive ingredients for extending the shelf-life of food products.
Adv. Colloid Interface Sci. 2020, 282, 102210. [CrossRef] [PubMed]

Li, Q.; Duan, M.; Hou, D.; Chen, X,; Shi, J.; Zhou, W. Fabrication and characterization of Ca (I)-alginate-based beads com-
bined with different polysaccharides as vehicles for delivery, release and storage of tea polyphenols. Food Hydrocoll. 2021,
112, 106274. [CrossRef]

Aizpurua-Olaizola, O.; Navarro, P;; Vallejo, A.; Olivares, M.; Etxebarria, N.; Usobiaga, A. Microencapsulation and storage stability
of polyphenols from Vitis vinifera grape wastes. Food Chem. 2016, 190, 614—621. [CrossRef]

Mendes, D.D.C.S.; Asquieri, E.R.; Batista, R.D.; de Morais, C.C.; Ascheri, D.PR.; de Macédo, I.Y.L.; de Souza Gil, E. Microencapsu-
lation of jabuticaba extracts (Myrciaria cauliflora): Evaluation of their bioactive and thermal properties in cassava starch biscuits.
LWT 2021, 137, 110460. [CrossRef]

Fathordoobady, E,; Jarzebski, M.; Pratap-Singh, A.; Guo, Y.; Abd-Manap, Y. Encapsulation of betacyanins from the peel of red
dragon fruit (Hylocereus polyrhizus L.) in alginate beads. Food Hydrocoll. 2021, 113, 106535. [CrossRef]

Marefati, A.; Bertrand, M.; Sj66, M.; Dejmek, P.; Rayner, M. Storage and digestion stability of encapsulated curcumin in emulsions
based on starch granule Pickering stabilization. Food Hydrocoll. 2017, 63, 309-320. [CrossRef]

Flamminii, F.; Paciulli, M.; Di Michele, A.; Littardi, P; Carini, E.; Chiavaro, E.; Pittia, P.; Di Mattia, C.D. Alginate-based
microparticles structured with different biopolymers and enriched with a phenolic-rich olive leaves extract: A physicochemical
characterization. Curr. Res. Food Sci. 2021, 4, 698-706. [CrossRef]

Belscak-Cvitanovi¢, A.; Busi¢, A.; Barisi¢, L.; Vrsaljko, D.; Karlovi¢, S.; époljarié, I.; Komes, D. Emulsion templated microencap-
sulation of dandelion (Taraxacum officinale L.) polyphenols and (-carotene by ionotropic gelation of alginate and pectin. Food
Hydrocoll. 2016, 57, 139-152. [CrossRef]

Chen, L.; Ge, M.D.; Zhu, Y.J; Song, Y.; Cheung, P.C.; Zhang, B.B.; Liu, L.M. Structure, bioactivity and applications of natural
hyperbranched polysaccharides. Carbohydr. Polym. 2019, 223, 115076. [CrossRef]

Watson, R.R.; Preedy, V.R,; Zibadi, S. (Eds.) Wheat and Rice in Disease Prevention and Health: Benefits, Risks and Mechanisms of Whole
Grains in Health Promotion; Academic Press: Cambridge, MA, USA, 2014.

Lara-Espinoza, C.; Carvajal-Millan, E.; Balandran-Quintana, R.; Lépez-Franco, Y.; Rascén-Chu, A. Pectin and pectin-based
composite materials: Beyond food texture. Molecules 2018, 23, 942. [CrossRef]

Opanasopit, P.; Apirakaramwong, A.; Ngawhirunpat, T.; Rojanarata, T.; Ruktanonchai, U. Development and characterization of
pectinate micro/nanoparticles for gene delivery. AAPS Pharmscitech 2008, 9, 67-74. [CrossRef] [PubMed]

Yu, Y,; Lv, Y. Degradation kinetic of anthocyanins from rose (Rosa rugosa) as prepared by microencapsulation in freeze-drying and
spray-drying. Int. ]. Food Prop. 2019, 22, 2009-2021. [CrossRef]

Ntenga, R.; Pagore, F.D.; Pizzi, A.; Mfoumou, E.; Ohandja, L.M.A. Characterization of Tannin-Based Resins from the Barks of
Ficus platyphylla and of Vitellaria paradoxa: Composites’ Performances and Applications. Mater. Sci. Appl. 2017, 8, 899. Available
online: http://www.scirp.org/journal /Paperinformation.aspx?PaperID=80423&#abstract (accessed on 10 July 2022).

Favaro, L.I.; Balcao, V.M.; Rocha, L.K;; Silva, E.C.; Oliveira, ]. M., Jr.; Vila, M.M.; Tubino, M. Physicochemical characterization of a
crude anthocyanin extract from the fruits of Jussara (Euterpe edulis Martius): Potential for food and pharmaceutical applications. J.
Braz. Chem. Soc. 2018, 29, 2072-2088. [CrossRef]

Kalusevi¢, A.M.; Levi¢, S.M.; Calija, B.R.; Mili¢, J.R.; Pavlovi¢, V.B.; Bugarski, B.M.; Nedovi¢, V.A. Effects of different carrier mate-
rials on physicochemical properties of microencapsulated grape skin extract. J. Food Sci. Technol. 2017, 54, 3411-3420. [CrossRef]
Ozacar, M.; Soykan, C.; Sengil, I.A. Studies on synthesis, characterization, and metal adsorption of mimosa and valonia tannin
resins. J. Appl. Polym. Sci. 2006, 102, 786-797. [CrossRef]

Bellary, A.N.; Indiramma, A.R.; Prakash, M.; Baskaran, R.; Rastogi, N.K. Anthocyanin infused watermelon rind and its stability
during storage. Innov. Food Sci. Emerg. Technol. 2016, 33, 554-562. [CrossRef]

Tomoda, B.T.; Yassue-Cordeiro, P.H.; Ernesto, J.V.; Lopes, P.S.; Péres, L.O.; da Silva, C.F; de Moraes, M. A. Characterization of
biopolymer membranes and films: Physicochemical, mechanical, barrier, and biological properties. Biopolm. Membr. Films 2020,
67-95. [CrossRef]


http://doi.org/10.1016/j.partic.2015.09.004
http://doi.org/10.1080/10408398.2014.965773
http://www.ncbi.nlm.nih.gov/pubmed/25976619
http://doi.org/10.1016/j.foodres.2020.109092
http://doi.org/10.1021/la501879w
http://doi.org/10.1016/j.fbio.2021.101425
http://doi.org/10.1016/j.foodchem.2019.04.102
http://doi.org/10.1016/j.cis.2020.102210
http://www.ncbi.nlm.nih.gov/pubmed/32726708
http://doi.org/10.1016/j.foodhyd.2020.106274
http://doi.org/10.1016/j.foodchem.2015.05.117
http://doi.org/10.1016/j.lwt.2020.110460
http://doi.org/10.1016/j.foodhyd.2020.106535
http://doi.org/10.1016/j.foodhyd.2016.08.043
http://doi.org/10.1016/j.crfs.2021.10.001
http://doi.org/10.1016/j.foodhyd.2016.01.020
http://doi.org/10.1016/j.carbpol.2019.115076
http://doi.org/10.3390/molecules23040942
http://doi.org/10.1208/s12249-007-9007-7
http://www.ncbi.nlm.nih.gov/pubmed/18446463
http://doi.org/10.1080/10942912.2019.1701011
http://www.scirp.org/journal/PaperInformation.aspx?PaperID=80423&#abstract
http://doi.org/10.21577/0103-5053.20180082
http://doi.org/10.1007/s13197-017-2790-6
http://doi.org/10.1002/app.23944
http://doi.org/10.1016/j.ifset.2015.10.010
http://doi.org/10.1016/B978-0-12-818134-8.00003-1

Foods 2022, 11, 2550 17 of 17

30.

31.

32.

33.

34.

35.

36.

37.
38.

39.

40.

41.

42.

43.

De Freitas, E.D.; Rosa, P.C.P; da Silva, M.G.C.; Vieira, M.G.A. Development of sericin/alginate beads of ketoprofen using
experimental design: Formulation and in vitro dissolution evaluation. Powder Technol. 2018, 335, 315-326. [CrossRef]
El-Sakhawy, M.; Tohamy, H.-A.S; Salama, A.; Kamel, S. Thermal properties of carboxymethyl cellulose acetate butyrate. Cellul.
Chem. Technol. 2019, 53, 667-675. [CrossRef]

Liu, X.-Y;; Yu, H.-Y,; Liu, Y.-Z,; Qin, Z; Liu, H.-M.; Ma, Y.-X.; Wang, X.-D. Isolation and structural characterization of cell wall
polysaccharides from sesame kernel. LWT 2022, 163, 113574. [CrossRef]

Kang, J.; Guo, Q.; Cui, S.W. Other emerging gums: Flaxseed gum, yellow mustard gum, and psyllium gums. In Handbook of
Hydrocolloids; Woodhead Publishing: Sawston, UK, 2021; pp. 597-624. [CrossRef]

Schmidt, U.S.; Koch, L.; Rentschler, C.; Kurz, T.; Endrefs, H.U.; Schuchmann, H.P. Effect of molecular weight reduction, acetylation
and esterification on the emulsification properties of citrus pectin. Food Biophys. 2015, 10, 217-227. [CrossRef]

Zhao, L.; Temelli, F,; Chen, L. Encapsulation of anthocyanin in liposomes using supercritical carbon dioxide: Effects of anthocyanin
and sterol concentrations. J. Funct. Foods 2017, 34, 159-167. [CrossRef]

Li, Z.; Jiang, H.; Xu, C.; Gu, L. A review: Using nanoparticles to enhance absorption and bioavailability of phenolic phytochemicals.
Food Hydrocoll. 2015, 43, 153-164. [CrossRef]

Zhu, F. Encapsulation and delivery of food ingredients using starch-based systems. Food Chem. 2017, 229, 542-552. [CrossRef]
Sriamornsak, P.; Sungthongjeeh, S. Modification of theophylline release with alginate gel formed in hard capsules. AAPS
Pharmscitech 2007, 8, E1-E8. [CrossRef]

Park, S.A.; Ahn, ].B.; Choi, S H,; Lee, ].S.; Lee, H.G. The effects of particle size on the physicochemical properties of optimized
astaxanthin-rich Xanthophyllomyces dendrorhous-loaded microparticles. LWT-Food Sci. Technol. 2014, 55, 638—-644. [CrossRef]
Kim, H.; Choi, HK.; Moon, J.Y.; Kim, Y.S.; Mosaddik, A.; Cho, S.K. Comparative antioxidant and antiproliferative activities of red
and white pitayas and their correlation with flavonoid and polyphenol content. J. Food Sci. 2011, 76, C38-C45. [CrossRef]

da Silva Carvalho, A.G.; da Costa Machado, M.T.; Barros, H.D.D.F.Q.; Cazarin, C.B.B.; Junior, M.R.M.; Hubinger, M.D. Antho-
cyanins from jussara (Euterpe eduliers Martius) extract carried by calcium alginate beads pre-prepared using ionic gelation. Powder
Technol. 2019, 345, 283-291. [CrossRef]

Russo, R.; Malinconico, M.; Santagata, G. Effect of cross-linking with calcium ions on the physical properties of alginate films.
Biomacromolecules 2007, 8, 3193-3197. [CrossRef]

Liao, M.; Ma, L.; Miao, S.; Hu, X.; Liao, X.; Chen, F; Ji, ]J. The in-vitro digestion behaviours of milk proteins acting as
wall materials in spray-dried microparticles: Effects on the release of loaded blueberry anthocyanins. Food Hydrocoll. 2021,
115, 106620. [CrossRef]


http://doi.org/10.1016/j.powtec.2018.05.016
http://doi.org/10.35812/CelluloseChemTechnol.2019.53.65
http://doi.org/10.1016/j.lwt.2022.113574
http://doi.org/10.1016/B978-0-12-820104-6.00030-9
http://doi.org/10.1007/s11483-014-9380-1
http://doi.org/10.1016/j.jff.2017.04.021
http://doi.org/10.1016/j.foodhyd.2014.05.010
http://doi.org/10.1016/j.foodchem.2017.02.101
http://doi.org/10.1208/pt0803051
http://doi.org/10.1016/j.lwt.2013.09.021
http://doi.org/10.1111/j.1750-3841.2010.01908.x
http://doi.org/10.1016/j.powtec.2019.01.016
http://doi.org/10.1021/bm700565h
http://doi.org/10.1016/j.foodhyd.2021.106620

	Introduction 
	Materials and Methods 
	Reagents and Standards 
	Natal Plum Phenolic Extraction and Alginate Beads Preparation 
	Total Anthocyanin Content and Encapsulation Efficiency 
	Microstructure of the Beads 
	Thermogravimetric Analysis (TGA) 
	Fourier Transform Infrared Spectroscopy (FT-IR) 
	In Vitro Release Behavior of Anthocyanins 
	Statistical Analysis 

	Results 
	The Effect of Different Microencapsulation Wall Materials on Encapsulation Efficiency 
	Impact of Encapsulation on the Surface Morphology of the Beads 
	Fourier Transform Infrared Spectroscopy (FTIR) Analysis 
	The Effect of Encapsulation on the Thermal Stability of Anthocyanins in Encapsulated Alginate-Based Beads 
	In Vitro Release Behavior of Anthocyanins 
	Effect of Gastrointestinal Fluids on the Total Anthocyanin Content and Color of the Alginate-Based Beads 

	Conclusions 
	References

