@ foods

Article

Interactions of White Mugwort (Artemisia lactiflora Wall.)
Extract with Food Ingredients during In Vitro Gastrointestinal
Digestion and Their Impact on Bioaccessibility of Polyphenols in
Various Model Systems

Nacha Udomwasinakun !, Shikha Saha 2, Ana-Isabel Mulet-Cabero 2, Peter J. Wilde 2-*

check for
updates

Citation: Udomwasinakun, N.; Saha,
S.; Mulet-Cabero, A.-1.; Wilde, PJ.;
Pirak, T. Interactions of White
Mugwort (Artemisia lactiflora Wall.)
Extract with Food Ingredients during
In Vitro Gastrointestinal Digestion
and Their Impact on Bioaccessibility
of Polyphenols in Various Model
Systems. Foods 2024, 13, 2942.
https://doi.org/10.3390/
foods13182942

Academic Editor: El-Sayed
M. Abdel-Aal

Received: 25 July 2024
Revised: 2 September 2024
Accepted: 6 September 2024
Published: 18 September 2024

Copyright: © 2024 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 (https://
creativecommons.org/licenses /by /
4.0/).

and Tantawan Pirak 1*

Department of Product Development, Faculty of Agro-Industry, Kasetsart University, 50 Ngamwomgwan,
Lat Yao, Chatuchak, Bangkok 10900, Thailand; keawnacha@gmail.com

2 Quadram Institute Bioscience, Norwich Research Park, Norwich NR4 7UQ, UK

Correspondence: peter.wilde@quadram.ac.uk (P.J.W.); tantawan.k@ku.th (T.P.)

Abstract: The bioaccessibility of phytochemicals is an important factor for new functional food design.
The interaction of white mugwort extract (FE) and food ingredients (coconut oil, egg white albumen,
brown rice powder, inulin, and mixtures thereof) was determined after in vitro digestion to inform
the development of a functional soup for an aging population. Coconut oil exerted a protective
effect on polyphenols, showing the highest bioaccessibility (62.9%) and antioxidant activity after
intestinal digestion (DPPH 12.38 mg GAE/g DW, FRAP 0.88 mol Fe(ll) /g DW). In contrast, egg white
albumen had the most significant negative effect on the polyphenol stability, resulting in the lowest
bioaccessibility (12.49%). Moreover, FE promoted the emulsion stability and delayed starch digestion
by inhibiting amylase activity via non-specific polyphenol-protein interactions, resulting in a decrease
in the total reducing sugars (TRS) released during digestion. It also limited the protein digestion,
probably due to the complex formation of polyphenols and proteins, consequently reducing the
bioaccessibility of both amino acids and polyphenols. These findings provide useful information
for designing functional food products that could promote the bioaccessibility and bioactivity of
natural extracts.

Keywords: white mugwort; Artemisia lactiflora Wall.; polyphenol and food macronutrient interaction;
in vitro bioaccessibility; antioxidant activity

1. Introduction

Artemisia lactiflora Wall. (Asteraceae)—a deep green leafy plant with creamy-white
flowers—is commonly called white mugwort or Jing-Ju-Chai. This plant was originally
discovered in China in 1901 [1]. It has been used traditionally as a herbal medicine to
treat menstrual and liver disorders. The leaves and stems are used for cooking and
freshly consumed as a herbal tea owing to its bitter aromatic flavor. A few scientific
studies have reported the biological activity of this plant including its antioxidant, anti-
tumor, anti-inflammatory, anti-adipogenic, and anti-diabetic activity [2-9]. The bioac-
tive compounds found in this plant are mainly phenolic acids and flavonoids, including
7-hydroxycoumarin, 7-methoxycoumarin, balanophonin, aurantiamide, aurantiamide ac-
etate, isovitexin, kaempferol, rutin, caffeic acid ethyl ester, isoquercetin, quercetin, methyl
3, 5-di-O-caffeoyl quinate, methyl 3, 4-di-O-caffeoyl quinate, gallic acid, tannic acid, api-
genin, and Catechin [4,8,10]. Generally, bioactive compounds only exert their health benefit
when they are bioaccessible (released from the food matrices and available for absorption
in the intestine) and bioavailable (absorbed into the body from the gut and available at
the site of action) [11]. However, polyphenols undergo modifications during digestion
via several factors such as pH, temperature, ionic strength, digestive enzymes, and food
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components, resulting in changes to their physical and functional properties [12,13]. Our
previous in vitro digestion study on the bioaccessibility of white mugwort polyphenols
suggested a higher bioaccessibility of the total polyphenol content (TPC) in white mugwort
extract over its original powder form [14]. These compounds, mainly phenolic acids and
flavonoids, are health-beneficial bioactive compounds usually incorporated as functional
ingredients in foods and beverages which might interact with other food macromolecules
through reversible non-covalent interactions (e.g., hydrogen, hydrophobic bonding, and
van der Waals forces) and irreversible covalent bonding (e.g., through oxidation and nucle-
ophilic addition processes) [15-17]. The food structure, pH, temperature, ionic strength,
and relative concentration of polyphenols are factors influencing the interactions of these
compounds and food macromolecules which result in both desirable and undesirable
outcomes of bioaccessibility, bioavailability, and bioactivity [16].

For a better understanding, in vitro gastrointestinal digestion models are proposed
to reveal these interactions because this method is an effective protocol with a lower cost,
shorter turnaround time, and no ethical approval requirements. The INFOGEST static
in vitro gastrointestinal model is a simple method developed by international consensus
using a constant amount of ingested sample, digestive fluids, and pH for each digestion
phase. In addition, the INFOGEST model has been widely used to study the interactions
between plant polyphenols and food macronutrients such as starch [18-20], lipids [21-23],
proteins [23-27], and dietary fiber [22,23,28,29]. Interestingly, both positive and negative
effects of macromolecules on the bioaccessibility and bioavailability of polyphenols have
been reported. Based on a literature review, there is a lack of information on the effect of
the co-ingestion of white mugwort extract and food macronutrients on their bioaccessibility.
Hence, the interaction between polyphenols and food macronutrients needs to be analyzed
to optimize the desirable health benefits of functional foods.

In this research, we aimed to reveal specific and mechanistic insights into the impact
of mugwort polyphenol extracts (FE) on health using the INFOGEST in vitro digestion
model. The suitable concentration of FE at 30 mg/mL was selected for studying the
interactions with food ingredients as a model food complex for each food group including
coconut oil, egg white albumen, brown rice powder, and inulin. The impact on both
polyphenol bioaccessibility and macronutrient digestion was proposed to be revealed using
the INFOGEST in vitro digestion model.

2. Materials and Methods
2.1. Preparation of White Mugwort Extract and Model Food Systems
2.1.1. Plant Material Preparation and Extraction

Fresh white mugwort (Artemisia lactiflora Wall.) (BK No. 070334) was grown and
supplied by Rairuenrom Organic Farm (19°39'25.6” N 100°09’23.9” E) (Chiangrai, Thai-
land). The mature plant (40—45 days old) was harvested in October 2019 and sent to the
laboratory for further extraction (50 kg). The fresh aerial parts including leaves and stems
were prepared by washing and rinsing under tap water before blending at the highest
speed for one minute using an electric blender (power 1000 W, FDP623WH, KENWOOD,
Long Beach, CA, USA). The extraction was performed using the method described in [8].
Plant samples were extracted by blending with 95% ethanol under controlled conditions
(2.5 min at 25 £ 1 °C). The mixture was separated through 0.45 um filter paper (Whatman®,
Piscataway, NJ, USA) using a vacuum pump. A rotary evaporator was used to remove the
solvent at 45 °C. The concentrated crude extract was freeze-dried (FreeZone® Plus™ 6,
Labconco, Kansas City, MO, USA) to obtain the dried FE extract, kept in a tightly sealed
test tube and stored at —80 °C in the dark until required.

2.1.2. Preparation of Model Food Systems

The food ingredients used in this study included organic cold press coconut oil (Tropi-
cana Virgin Coconut Oil, Nakhon Pathom, Thailand), egg white albumen powder (Igreca,
France), brown rice powder (Organic Hom Ubon Brown Rice, Rai Ruen Rom, Cheang Rai,
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Thailand), and inulin powder (FS0602, CHEMIPAN, Bangkok, Thailand), and were selected
to represent each macronutrient group. The five different model food /macronutrient
systems, (A) oil, (B) protein, (C) starch, (D) fiber, and (M) mixed, were prepared as demon-
strated in Figure 1 and as described below.

o Prepare food system solutions

(A)

- Coconut oil + lecithin (10:1)

5% w/w in DI water
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Figure 1. Preparation of food macronutrients in model systems.

Coconut oil was prepared as an oil in water emulsion using lecithin as an emulsifier
(A). Lecithin was added to coconut oil (1:100) then stirred at 50 °C for 10 min. The solutions
of egg albumen powder (B), brown rice powder (C), and inulin powder (D) were separately
prepared at 5% w/w by slowly adding to deionized (DI) water while gently stirring. The
system of mixed ingredients (M), including oil-lecithin, egg albumen, brown rice powder,
and inulin, was mixed at the same concentrations as the individual systems and dissolved
in DI water at 20% w/w. Secondly, all food macronutrient solutions (A-D and M) were
heated at 100 °C for 5 min to imitate cooking conditions before cooling down to 37 °C.
Each sample was homogenized by blending at 22,000 rpm for 2 min using a Waring®
Two-speed laboratory blender (Stamford, CT, USA). To investigate the interaction between
white mugwort polyphenols and food macromolecules during in vitro digestion, known
concentrations of the freeze-dried extract of white mugwort (FE) were added into each
food macronutrient solution. Firstly, FE (1) was prepared by dissolving FE (30 mg/mL) in
DI water before blending at 22,000 rpm for 2 min. Other model systems including FE-oil
(2), FE-protein (3), FE-starch (4), FE-fiber (5), and FE-mixed (6) were prepared by adding FE
(30 mg/mL) into the food solutions (A-D and M) before blending at 22,000 rpm for 2 min.

2.2. Effect of Model Food Systems on Polyphenol and Antioxidant Activity of White Mugwort
Extract during In Vitro Digestion

2.2.1. In Vitro Gastrointestinal Digestion

The model food systems in the presence (Figure 1: 1-6) and absence of FE (Figure 1:
(A-D) and M) were subjected to standardized INFOGEST in vitro digestion [30] with minor
modifications. The digestion was performed as shown in Figure 2 in separate 50 mL
centrifuge tubes for oral, gastric, and gastrointestinal phases. The ingested sample (2.5 g)
was mixed with simulated salivary fluid at pH 7.0 before adding salivary amylase solution
(75 U/mL) (A1031-5KU, Sigma, Welwyn Garden, UK) to reach the final volume of 5 mL
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(Figure 2). The oral mixture was incubated for 2 min in a rotator (170 rpm, 37 °C). The
simulated gastric fluid was then added to the oral mixture at pH 3.0 before adding pepsin
solution (2000 U/mL) (SLCG8343, Sigma-Aldrich, UK) to reach the final volume of 10 mL.
The gastric mixture was incubated for 120 min (G120) in a rotator (170 rpm, 37 °C). The
simulated intestinal fluid was added to G120 at pH 7.0 before adding pancreatin solution
(trypsin activity 100 U/mL) (SLBV6830, Sigma-Aldrich, UK) and bile solution (0.15 mM
bile salts) (SLCD0888, Sigma-Aldrich, UK) to reach a final volume of 20 mL.
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Sample 25 ¢ ] —
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0.3 M CaCl, 125 uL Mix and mcubat_e

Salivary amylase (75 U/mL)  487.5 uL at 37 °C for 2 min

Total 5 mL
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Pepsin solution (2000U/mL) 250 uL
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Figure 2. Overview of the in vitro static gastrointestinal digestion protocol (adapted [31]).

The digesta were then incubated for another 120 min (I120) in a rotator (170 rpm,
37 °C). At the end of G120 and I120, samples were adjusted to pH 7.0 and 2.0, respectively,
to stop the enzyme activity and prevent further degradation of polyphenols. The collected
samples were centrifuged at 5000 rpm for 10 min. The supernatants (representing the
soluble, bioaccessible fraction) were collected and snap-frozen in dry ice and kept at
—80 °C until the analysis of the total polyphenol content (TPC) (Section 2.2.2), antioxidant
activity (Section 2.2.3), and phenolic compounds (Section 2.2.4). The experiments were
performed as three independent replicates. The food systems without FE (A-D and M) were
subjected to the same preparation processes and were subjected to in vitro digestion to act
as a control and these baseline values were subtracted from the values for the food systems
with FE ((1)-(6)) to eliminate false positive detection of reducing compounds present in the
food ingredients. The bioaccessibility of TPC was calculated according to Equation (1) [31]:

TP ,
Bioaccessibility of TPC (%) = Tp%duble fraction . 10 1)
initial sample

2.2.2. Analysis of Total Polyphenol Content (TPC)

TPC was analyzed based on the Folin-Ciocalteu assay [32]. The test sample (20 uL)
was mixed with Folin—Ciocalteu reagent (100 puL, 10% v/v) (Merck, Darmstadt, Germany)
and NayCOj3 solution (80 pL, 7.5% w/v) (Sigma-Aldrich, Steinheim, Germany). The mixture
was incubated for 30 min in a dark place. The final reaction was measured as the absorption
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at 760 nm using a Molecular Devices, LLC VersaMax plate reader (San Jose, CA, USA) using
distilled water as a blank. The TPC value was calculated according to the standard curve of
gallic acid (5-500 pg/mL, r? = 0.9956) (Sigma-Aldrich, UK) and expressed as milligrams of
gallic acid equivalent (GAE) per gram of sample (mg GAE/g).

2.2.3. Analysis of Antioxidant Capacity

The free radical scavenging activity was analyzed based on DPPH radical assay [33].
The test sample (50 uL) was mixed with DPPH ethanolic solution (150 uL of 0.1 nM DPPH
in ethanol) (Alfa Aesar, Haverhill, MA, USA). The mixture was incubated for 30 min in a
dark place at room temperature. The final reaction value was determined as the absorption
at 517 nm using an LLC VersaMax plate reader (USA) using distilled water as a blank. The
DPPH radical scavenging activity was calculated according to the standard curve of gallic
acid (2.5-100 pg/mL, r? = 0.9367) (Sigma-Aldrich, UK) and expressed as milligrams of
gallic acid equivalent (GAE) per gram of sample (mg GAE/g).

The ferric reducing activity was analyzed based on the FRAP assay [34]. FRAP reagent
was prepared by mixing 2,4,6-Tris (2-pyridyl)-s-triazine (TPTZ) (40 nM in HCl) (Sigma-
Aldrich, UK), FeCl3.6H,O (20 nM) (Sigma-Aldrich, UK), and acetate buffer 0.3 M, pH 3.6)
(Sigma-Aldrich, UK) at a ratio of 1:1:10 v/v and incubating at 37 °C for 30 min prior to
analysis. The test sample (20 uL) and FRAP reagent (120 pL) were mixed before being
incubated for 30 min in a dark place at room temperature. The final reaction value was
measured as an absorption value at 593 nm using an LLC VersaMax plate reader using
distilled water as a blank. The FRAP value was calculated according to the standard curve
of iron (II) sulfate heptahydrate (FeSO,.7H,0) (Sigma-Aldrich, UK) (100-1000 pmol/mL,
12 = 0.9903) and expressed as moles of Fe?* equivalents per gram of sample (mol Fe(Il)/g).

2.2.4. Identification of Phenolic Compounds by HPLC-DAD

The identification of individual polyphenols was performed using liquid chromatog-
raphy (LC) according to the method described by [14]. The Agilent 1100 series system
instrument (Agilent Technologies 1100 Series LC, Santa Clara, CA, USA) was equipped
with a quaternary pump (G1311A), automatic sampler (G1329A), and diode array de-
tector (G1315A). The analysis was performed using a Phenomenex Luna 5u C18 (2) col-
umn (250 x 4.6 mm, 5 um) as the chromatographic separator. The analysis temperature
was set at 30 °C with the injection volume of 20 pL at a flow rate of 0.8 mL/min. The
mobile phase was composed of acetic acid at 3% v/v (solvent A) and acetonitrile (sol-
vent B). The gradient elution profile of solvent B was as follows: 0-8.5% (0.00-5.00 min);
8.5-2.0% (5.00-16.50 min); 2.0-18% (16.50-35.00 min); 18-20% (35.00-50.00 min); 20-30%
(50.00-65.00 min); and 30-0% (65.00-70.00 min). The absorbance was recorded at 280 nm
and the OpenLab CDS software (Agilent Technologies, USA) was used for result acqui-
sition. The identification and quantification of each compound were calculated accord-
ing to the standard curve of 3-CQA, 5-CQA, 3,5-diCQA, isovitexin, kaempferol 3-o-f3-
rutinoside, morin, rutin, quercetin, and quinic acid (r2 = 0.9938 to 0.9996) (Sigma-Aldrich,
Gillingham, UK).

2.3. Effect of White Mugwort Polyphenols on the Digestion of Protein

The FE-protein and protein samples prepared as described in Figure 1 were sub-
jected to in vitro digestion (Figure 2). The degree of proteolysis was measured using the
o-phthalaldehyde (OPA) assay [35]. OPA reagent was prepared by dissolving 7.62 g of
di-Sodium tetraborate decahydrate in 150 mL of DI water before adding 200 mg of SDS
while stirring at 50 °C until fully dissolved. OPA (160 mg/4 mL ethanol) and DTT (176 mg)
were added into the above solution. The final solution was made up to 200 mL with DI
water. The reaction was performed on a 96-well plate. Each sample (24 pL) was mixed
with OPA reagent (167 pL). The 96-well plate was placed and incubated for 2 min in the
VersaMax™ micro plate reader (USA). The final absorbance was measured at 340 nm.
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L-serine (0-1000 uM) was used to prepare the standard curve (r> = 0.9995). Values were
expressed as millimoles of L-serine equivalent per milliliter of sample (mM L-serine/mL).

2.4. Effect of White Mugwort Polyphenols on the Digestion of Starch
2.4.1. Determination of Starch Hydrolysis

The effect of white mugwort polyphenols on starch hydrolysis was investigated by
analyzing the total reducing sugar concentration released during the in vitro digestion
of samples containing starch including FE-starch, FE-mixed, starch, and mixed. The
PAHBAH (4-hydroxybenzoic acid hydrazide) assay was used to determine the reducing
sugar concentration [36]. PAHBAH reagent was freshly prepared by dissolving PAHBAH
(250 mg) in 0.5 M HCI (4.75 mL) before making up to 50 mL using 0.5 M NaOH. The
reaction was prepared in micro-centrifuge tubes by mixing 20 uL of test sample with 200 uL
of PAHBAH reagent. The mixtures were incubated in a water bath at 100 °C for 5 min
before equilibrating for 10 min at room temperature. The final reaction was measured as an
absorbance value at 405 nm using a microplate reader. Maltose (0-1000 uM) was used to
prepare the standard curve (r* = 0.9986). Values were expressed as millimoles of maltose
equivalent per milliliter of sample (mM Maltose/mL).

2.4.2. Enzymatic Inhibition

To determine any inhibitory effects of FE on enzymatic hydrolysis, brown rice powder
was digested in the present of FE (0-30 mg/mL). The protocol was adjusted according
to [36]. Firstly, the starch solution was prepared by dissolving brown rice powder in PBS at
30 mg/mL. The starch solution was heated at 100 °C for 5 min before cooling down to room
temperature. Secondly, FE, as the potential enzyme inhibitor, was separately added into
each centrifuge tube containing 10 mL starch solution to achieve final FE concentrations of
0, 5, 15, and 30 mg/mL. The solutions were then incubated at 37 °C in a rotator for 5 min.
The digestion was initiated by adding 1 mL of pancreatin solution (2 U/mL) into each tube
while continually incubating at 37 °C. Aliquots (100 uL) were sampled from each tube at
0,9, 12, 15, 20, 25, and 30 min and transferred into test tubes containing 0.3 M Na,COs3
(100 pL) to stop the enzyme reaction. Samples were centrifuged at 13,000 x g for 5 min. The
supernatants were analyzed for total reducing sugars. The reaction rate (v) was calculated
by dividing the concentration of total reducing sugar change (mM Maltose) by the time
interval (min) [37].

2.5. Effect of White Mugwort Polyphenols on Lipid Digestion

The pH-stat auto-titration method was used to indicate the rate and extent of lipid
hydrolysis during the in vitro intestinal digestion of white mugwort-lipid mixtures. Sam-
ples of FE-oil and oil prepared as described in Figure 1 were subjected to the pH-stat
auto-titration method associated with the INFOGEST protocol for lipid digestion. All
stimulated fluids were prepared following the INFOGEST protocol but replacing NaHCO3
with the same molar ratio of NaCl in order to maintain the ionic strength, as suggested
by [38]. The intestinal phase digestion was performed in a titration vessel with a thermo-
stat jacket equipped with an automatic potentiometric titrator (AT-700, KEM™, Tokyo,
Japan) using a titration program to monitor and maintain the pH of the mixtures at 7.0 by
adding the titrant solution (NaOH 0.1 N). After 120 min, the pH-stat profile of lipolysis
during the intestinal digestion was displayed as the volumes of NaOH (mL) added during
digestion (min) to maintain pH 7.0. The digesta from gastric and intestinal phases were
further analyzed to determine the oil droplet diameter distribution using a laser diffraction
particle diameter analyzer (LS13 320, Beckman Coulter, Brea, CA, USA). The coconut oil
in water emulsion and FE-oil system as well as their digesta were observed under the
microscope (BX50, Olympus, Center Valley, PA, USA) to observe changes in structure such
as coalescence and flocculation.
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2.6. Statistical Analysis

The statistical analysis was performed using the SPSS Statistics for Windows, Ver.
12.0 (SPSS Inc., Chicago, IL, USA). The independent sample ¢-test was used for statistical
analysis between two groups. The experiments that contain more than two groups or
treatments were analyzed using one-way analysis of variance (ANOVA) and the Duncan
Multiple Range Test (DMRT) at p < 0.05 (95% significance interval).

3. Results and Discussion
3.1. Effect of In Vitro Digestion on TPC Release and Bioaccessibility of FE in Model Food Systems

To investigate the effect of food macronutrients on the bioaccessibility of TPC, the Folin—
Ciocalteu assay was performed to determine the TPC release from each macronutrient
sample during in vitro digestion. The presence of food macronutrients in digesta can
interfere with Folin—Ciocalteu reagent due to their reducing activity. In order to obtain
the accurate TPC values, the interference of food macronutrients was subtracted from the
TPC values obtained for the digesta, as suggested by [39]. The digesta from gastric and
intestinal phases were analyzed for the TPC and compared with FE-MetOH (FE dissolved
in methanol) (125.4 &+ 12.6 mg GAE/g DW) (Figure 3).
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Figure 3. The changes in total phenolic content release (mg GAE/g DW) and bioaccessibility (%) of
white mugwort extract (FE) with food systems during in vitro gastrointestinal digestion. (A) repre-
sents TPC release and (B) represents percentage of bioaccessibility. Note: Values with different letters
(A-D and a—c) within the same digestion phase and (*) between digestion phases are significantly
different (p < 0.05). Differences between the two digestion phases for each food system are labeled as
insignificantly different (NS) or significantly different (*) at p < 0.05.

After digestion, FE alone had a significantly lower TPC than that of FE-MetOH
(p < 0.05), suggesting the ability of the digestion process alone to reduce the TPC, ow-
ing to the changes in pH and electrolytes and possibly the presence of digestive en-
zymes [14,20,40,41]. The TPC release was further found to be influenced by the co-ingestion
of FE with other food macronutrients. After the gastric phase, the FE-starch system
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(96.54 £ 8.13 mg GAE/g DW) was not significantly different to FE alone (98.82 = 11.57 mg
GAE/g DW). Although the FE-oil (114.90 + 11.57 mg GAE/g DW) and FE-fiber systems
(118.11 £ 3.03 mg GAE/g DW) did show a slight increase in TPC release compared to
FE alone (98.82 £ 11.57 mg GAE/g DW), the increase was not significant (p > 0.05). In
contrast, the co-ingestion of FE with protein significantly reduced the TPC release dur-
ing gastric digestion, as found in both the FE-protein (67.61 £ 6.3 mg GAE/g DW) and
FE-mixed systems (66.37 & 10.74 mg GAE/g DW). The transition from the gastric to in-
testinal phase reduced the TPC release from all the sample treatments, which could be
due to the instability of polyphenols under alkaline conditions, causing the degradation
of these compounds [20,40,41]. After completing the digestion, the FE-protein system
was found to have the lowest TPC release at 15.66 + 0.00 mg GAE/g DW, while other
treatments had slightly reduced TPC release at the end of digestion compared to that
of the FE (86.58 & 5.57 mg GAE/g DW), FE-starch (68.11 £ 5.75 mg GAE/g DW), FE-oil
(78.86 = 2.78 mg GAE /g DW), FE-fiber (65.71 + 5.13 mg GAE/g DW), and FE-mixed sys-
tems (46.95 &= 11.35 mg GAE/g DW). These findings indicate the strong negative effect of
the presence of protein on the in vitro bioaccessibility of polyphenols (as measured by the
TPC analysis) compared to the effect of the other macronutrients. The co-ingestion of FE
with oil, starch, and fiber had no negative impact on the bioaccessibility of the polyphenols.
Interestingly, coconut oil provided a small protective effect on the bioaccessibility of the
TPC in the oil in water emulsion system of the FE-oil treatment, showing a slightly greater
TPC release in the gastric phase compared to that of FE, although no statistical significance
was observed.

The high content of medium-chain fatty acids in coconut oil (~63%) [42] could play
a role in this protective effect, since the length of the fatty acid chains was found to
contribute to this effect. The formation of hydrogen bonds between the hydroxyl groups of
polyphenols and the hydrophilic head of emulsifiers can lead to the higher dispersibility of
medium-chain free fatty acids in the aqueous phase, thus potentially increasing the stability
of polyphenols [43,44]. This idea was supported by the findings from [44], which indicated
the stronger protective effect of coconut oil on the bioaccessibility and antioxidant activity
of polyphenols compared to that of sunflower oil and beef tallow, representing long-chain
polyunsaturated and saturated fatty acids, respectively. The emulsion of coconut oil was
hydrolyzed in the small intestinal phase by the actions of pancreatic lipase facilitated by bile
salts [45]. The transition from the gastric to small intestinal phase caused the destabilization
of the emulsion [38]; consequently, the polyphenols were exposed to the alkaline condition,
therefore leading to the reduced bioaccessibility found post-digestion of the FE-oil sample.

Similar to the coconut oil, the co-ingestion of FE with carbohydrates (FE-starch and
FE-fiber) had no negative effect on the bioaccessibility of the TPC. This could be due to the
known non-covalent bonding between polyphenols and carbohydrates [46] or dietary fiber
contained in brown rice powder (approximately 7% dietary fiber) and inulin (approximately
96% dietary fiber) [42]. These polyphenol-dietary fiber interactions have been reported to
decrease the in vitro bioaccessibility of polyphenols [23,28-30]. However, these polyphenol-
fiber complexes can be further metabolized in the colon by the action of gut microorganisms
via anaerobic fermentation [47]. The metabolized polyphenols can be absorbed in the
large intestine and delivered to the liver via the hepatic portal vein prior to entering the
bloodstream and being distributed to the target sites [48,49].

The limited bioaccessibility found with the co-ingestion of FE and protein was probably
due to the non-specific complex formation between polyphenols and proteins, which has
been widely reported [21,23,24]. The dramatic decrease in bioaccessibility found during the
intestinal digestion of FE-protein (Figure 3) could be explained by the irreversible covalent
interactions formed between polyphenols and proteins under alkaline conditions. The
oxidation of polyphenols was induced by alkaline conditions, leading to the formation of
o-quinone derivatives [50,51]. These compounds further interact with nucleophilic residues
of proteins, forming protein cross-links which consequently reduce the bioaccessibility of
both essential amino acids and polyphenols [52,53]. In contrast, the acidic conditions in
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the gastric phase favor protein hydrolysis without quinone formation; therefore, a less
negative impact on bioaccessibility was observed during gastric digestion compared to in
intestinal digestion [51-54]. The ingestion of the FE-mixed sample reduced the negative
impact of protein on the bioaccessibility of polyphenols. This could be due to the presence
of other interferences (oil, starch, and fiber) in the food matrix, possibly limiting the
formation of polyphenol-protein complexes. In addition, it is important to note that the
protein concentration (5% egg white albumen) was the same in both the FE-protein and
FE-mixed samples.

3.2. Effect of In Vitro Digestion on Antioxidant Activity of FE in Food Model Systems

The changes in antioxidant activity during the in vitro digestion of FE with model
foods were evaluated using two different in vitro assays, the DPPH radical scaveng-
ing and FRAP assays. Initially, FE-MetOH had a DPPH radical scavenging activity of
52.87 £ 4.67 mg GAE/g DW. After digestion, all the ingested treatments had lower DPPH
radical scavenging activity than FE-MetOH (p < 0.05) (Figure 4A). After the gastric phase,
the highest DPPH scavenging activity was detected in FE (7.58 £ 0.93 mg GAE/g DW) fol-
lowed by FE-starch (6.08 + 0.44 mg GAE/g DW) > FE-protein (4.72 + 1.31 mg GAE/g DW)
> FE-fiber (2.15 & 1.26 mg GAE/g DW) > FE-oil and FE-mixed (0.02 &= 0.00 mg GAE/g DW).
The transition to the intestinal phase increased the DPPH radical scavenging activity
of all the ingested treatments. After intestinal digestion, the highest DPPH scaveng-
ing activity was detected in the FE-oil (12.38 & 1.06 mg GAE/g DW) followed by FE
(10.57 + 1.97 mg GAE/g DW), FE-protein (10.25 £ 0.70 mg GAE/g DW), FE-mixed
(9.80 = 0.11 mg GAE/g DW), and FE-starch samples (9.53 & 0.35 mg GAE/g DW).

Whilst the lowest DPPH radical scavenging activity was found in FE-fiber
(7.50 = 0.65 mg GAE/g DW), when these values were expressed as the relative DPPH
radical scavenging activity percentage of the MetOH sample, they were between 14.18%
and 23.42% after digestion. For the FRAP assay results, FE-MetOH displayed an activ-
ity of 0.401 & 0.001 mol Fe (II)/g DW. After in vitro digestion, the FRAP values of the
FE, FE-starch, and FE-oil samples were significantly higher than those of FE-MetOH
(p < 0.05) (Figure 4B). In contrast, the FE-mixed sample had a lower FRAP value than that
of FE-MetOH. There was no statistical difference found between the FRAP values of the
FE-MetOH and FE-protein samples, in either the gastric or intestinal phases (p > 0.05). After
the gastric phase, the highest FRAP value was found in FE-oil (1.17 £ 0.14 mol Fe(II)/g
DW) followed by those of the FE-fiber (1.02 £ 0.15 mol Fe(II) /g DW), FE (0.62 % 0.08 mol
Fe(Il)/ g DW), FE-starch (0.82 £ 0.02 mol Fe(II) /g DW), FE-protein (0.46 £ 0.03 mol Fe(Il)/g
DW), and FE-mixed samples (0.01 = 0.0 mol Fe(Il) /g DW), respectively. The transition
to the intestinal phase reduced the FRAP values in all the treatments. After intestinal
digestion, the highest FRAP value was still found in the FE-oil (0.88 £ 0.05 mol Fe(Il) /g
DW) followed by the FE-starch (0.74 £ 0.06 mol Fe(I)/g DW), FE (0.62 £ 0.08 mol Fe(Il)/g
DW), FE-fiber (0.61 =+ 0.12 mol Fe(II) /g DW), FE-protein (0.42 + 0.08 mol Fe(II) /g DW),
and FE-mixed samples (0.01 £ 0.0 mol Fe(II) /g DW). When these values were expressed as
a percentage relative to the FRAP value for MetOH, they varied between 0.05% and 219.9%
after digestion. These findings indicated the effect of macronutrients on the antioxidant
activity of polyphenols from FE. During in vitro digestion, the FRAP values were correlated
to the TPC release, where the transition from the gastric to intestinal phase decreased the
TPC release and FRAP values. In contrast, the DPPH radical scavenging values were
increased after intestinal digestion. The different findings between the two antioxidant
activity assays could be explained by the different reaction mechanisms. The FRAP assay
mainly depends on electron transfer, which is the same as in the Folin-Ciocalteu assay [39].
The DPPH radical scavenging assay is based on both electron and hydrogen atom trans-
fer [55]. The highest antioxidant activity found after the digestion of FE-oil underlined the
protective effect of coconut oil on the polyphenols and antioxidant activity. Despite being
in the presence of protein, the bioaccessibility of the TPC was reduced by the formation
of polyphenol-protein conjugates; strong antioxidant activity has been reported resulting
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from polyphenol-protein reactions, since the hydroxyl groups on the polyphenols can
interact with the protein [51,56]. In this study, the increased antioxidant activity after
intestinal digestion was only found in the DPPH radical scavenging assay, which was
consistent with the findings from [56]. In contrast, an in vivo study reported a decreased
antioxidant capacity arising from the presence of polyphenol-protein interactions [51,52].
The very high relative FRAP values observed compared to the MetOH sample are thought
to be in part due to the strong ability of the digestion process to extract key polyphenols,
and partly due to the higher concentration of FE used for the MetOH extraction, suggest-
ing a concentration-dependent effect on extraction efficiency, as shown in our previous

paper [14].
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Figure 4. The changes in (A) DPPH radical scavenging (mg GAE/g DW) and (B) FRAP value (mol
Fe(ll)/g DW) of white mugwort extract (FE) co-ingested with model food systems during in vitro
gastrointestinal digestion. Note: Values with different letters (A-D and a—f) within the same digestion
phase and (*) between digestion phases are significantly different (p < 0.05). Differences between the
two digestion phases for each food system are labeled as insignificantly different (NS) or significantly
different (*) at p < 0.05).
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3.3. Effect of Food Macronutrients on Bioaccessibility of Polyphenols from FE

According to our previous study [14] phenolic acids including 5-CQA, 3-CQA, and
3,5-diCQA as well as flavonoids including quercetin, kaemferol, morin, rutin, and Iso-
vitexin were the major compounds in FE. In this study, during the digestion of FE with
food macronutrients, the structures of these compounds could be modified which could
increase or decrease their biological activity. The effect of the co-ingestion of FE with
model food systems on the bioaccessibility of individual polyphenols was investigated
by identifying and quantifying the polyphenols during in vitro digestion using HPLC.
The changes in flavonoid and phenolic acid composition are presented in Figure 5A,B,
respectively. The percentage of recovery and bioaccessibility of each compound (Table 1)
were calculated relative to the polyphenol content in FE-MetOH. Most of the polyphenols
showed a decreased bioaccessibility following the transition to the intestinal phase due
to the alkaline conditions. These results were consistent with the TPC release (Figure 3).
The in vitro digestion induced the hydrolyzation of the polyphenols and decreased their
bioaccessibility. However, this hydrolysis may produce new bioactive compounds. The
presence of a new compound, namely, quinic acid, might be due to the CQAs (3-CQA,
5-CQA and 3,5-diCQA) being hydrolyzed during the digestion process since CQAs are
water-soluble esters of caffeic acid and quinic acid [57]. In addition, these compounds
were hydrolyzed under the alkaline conditions of the intestinal phase and converted into
simpler phenolics such as caffeic, ferulic, and quinic acids which can be detected in the
metabolic pathway [58-61]. However, caffeic and ferulic acids were not detected in this
study. Overall, the highest recovery of polyphenol compounds in the gastric phase was
found in FE followed by FE-starch, FE-oil, FE-fiber, FE-protein, and FE-mixed, respectively,
whereas after intestinal digestion, the highest concentrations of bioaccessible polyphenols
were in FE-oil followed by FE, FE-starch, FE-protein, FE-fiber, and FE-mixed, respectively.
The complexity of the various interactions between the FE and different food components
resulted in the lowest bioaccessibility and antioxidant activity of the polyphenols in the
FE-mixed sample.

Table 1. Changes in phenolic compounds of white mugwort extract co-ingested with food systems
during in vitro digestion.

FE-MetOH

Compounds (mg/g) % FE FE-Starch FE-Oil FE-Fiber FE-Protein = FE-Mixed

_ Rg 150 135 28 177 154 34
5>-CQA 0.3+0 BA; ND. ND. 1319 130 402 ND.
Rg 90.6 79 53 42 47 71

3-CQA 2+2 BA, 58.4 37 78 18 26 13
, Rg 73.9 16 68 17 ND. ND.
Rutin 18+0 BA; 56.2 36 20 32 ND. 33
o Rg 80.1 23 65 21 39 ND.
Isovitexin 0940 BA; 46.9 60 24 62 50 32
Rg 249 291 61 147 145 ND.

Kaempferol 53+1 BA, 99 134 74 20 52 35
. Rg 82.2 49 61 47 30 31
3,5-diCQA 20£6 BA| 15.7 93 40 37 6.2 11
) Rg 76.4 25 63 17 11 ND.
Morin 2240 BA; 29.1 24 27 33 13 ND.
. Rg 53.1 34 100 22 15 ND.
Quercetin 0.7+0 BA; 12.7 11 25 ND. ) ND.

Rg = Recovery (%) of each compound after gastric phase. BAj = Bioaccessibility (%) of each compound after intesti-
nal phase. Rg and BA; were calculated relative to the polyphenol content in FE-MetOH. ND. = Nondetectable.
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Figure 5. The changes in (A) flavonoids and (B) phenolic acids during in vitro digestion of FE
co-ingested with food macronutrients. Values with different letters (A-D and a—e) within the same
digestion phase are significantly different (p < 0.05). ND means not detected.

The highest bioaccessibility post-digestion was observed in the FE-oil sample, which
further indicated the protective effect that coconut oil has on polyphenols during digestion,
which was consistent with the TPC results (Figure 3). The reversal of the non-covalent
interactions between polyphenols and oil taking place in the small intestinal phase may
cause either an increase or decrease in these compounds. The huge increase in 5-CQA in the
intestinal phase of the FE-oil sample could be due to the ability of pancreatic lipase and bile
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salts under alkaline conditions to hydrolyze the lipids in the emulsion [45], forming mixed
micelles with the bile, which may help solubilize certain hydrophilic compounds and may
therefore increase the bioaccessibility of 5-CQA in the intestinal phase. The increased quinic
acid, 5-CQA, 3-CQA, 3,5-diCQA, and quercetin could contribute to the higher amount of
bioaccessible TPC and greater antioxidant activity of FE-oil, as quercetin and chlorogenic
acids have been suggested to possess high reducing capacity (DPPH and Folin—Ciocalteu
assays) [62] and this has a high correlation with their scavenging activity [57]. Dietary
fiber generally had a negative impact on polyphenol bioaccessibility in FE. The higher
negative impact found in the FE-fiber over the FE-starch sample could be due to the higher
dietary fiber content of inulin over brown rice powder. The binding capacity of dietary fiber
for polyphenols was found to be higher than that with starch [18]. These reversible non-
covalent interactions can be further metabolized by gut microorganisms before polyphenols
are metabolized and reabsorbed in the large intestine [47]. Dietary fiber can also increase
the viscosity of the food matrix in the small intestinal phase, which may provide health
benefits by delaying glucose absorption (glycemic control) [63]. Although protein had a
stronger negative impact on the recovery of polyphenols in the gastric phase compared
to that of fiber, the amounts of bioaccessible polyphenols in the small intestinal phase
of the FE-protein sample were higher than those of the FE-fiber sample. This could be
explained by the pH changes from pH 3.0 in the gastric phase to pH 7.0 in the intestinal
phase, causing the reversal of the non-covalent interactions between polyphenols and
protein. This idea is supported by the study in [50] that indicated that lowering pH (pH 7.0
to 3.0) increased the ionic strength, and hence increased the binding between 5-CQA and
protein via non-covalent interactions. In contrast, increasing pH (pH 4.0 to 7.0) decreased
the binding sites of 5-CQA and protein, as observed in [64].

3.4. Effect of White Mugwort Polyphenols on Protein Digestion

In addition to the strong negative impact of polyphenol-protein interactions on
polyphenol bioaccessibility, antioxidant activity, and stability, these interactions may also
alter protein digestion. Here, the effect of FE polyphenols on egg white albumen diges-
tion was investigated by measuring the total amino acids (TAs) released during protein
digestion of four samples, including FE-protein, FE-mixed, protein, and mixed. During
the gastric phase, the TA values did not change significantly and there were no significant
differences between treatments (Figure 6). This was probably because egg albumin is gen-
erally resistant to the action of pepsin in the stomach [65,66]. The TAs released then rapidly
increased in the intestinal phase due to the action of pancreatic trypsin and chymotrypsin.
After intestinal digestion, the highest TA values were for the protein and mixed samples
in the absence of FE, whereas the FE-protein and FE-mixed samples both released signifi-
cantly less TAs than the samples in the presence of FE (p < 0.05). There was no significant
difference found between the TA values of the protein and mixed samples or between the
FE-protein and FE-mixed samples (p > 0.05). These results indicate the negative impact of
FE on protein digestion. This could be due to the complex formation between polyphenols
and protein, which has been widely reported [23,24,27], that restricts the access of the
enzymes to the protein substrate. Furthermore, the formation of o-quinone generated from
the oxidation of polyphenols under alkaline conditions in the small intestine may also inter-
act with the nucleophilic residues of the protein, forming protein cross-links, consequently
reducing the bioaccessibility of both essential amino acids and polyphenols [50,51]. These
results support the reduced bioacessibility found with the co-ingestion of FE and protein.



Foods 2024, 13,2942

Total reducing sugar (mM Maltose/mL)

35 4

30 A

25 A

14 of 21
100 ~
g ——Protein
) ~-e- Protein: no enzyme .
g 80 - Mixed ] A
E]’ Mixed: no enzyme
= FE-Protein i t A
g 60 1 FE-Protein: no enzyme
L —o—FE-Mixed I v‘
3 - FE-Mixed: no enzyme I B
s 40 B
i<
s
g
£
<
s teen @it - R
é 0 : : : v e T 2 3 g
0 30 60 90 120 150 180 210 240

Digestion time (min)

Figure 6. Total amino acids released during in vitro digestion of protein, mixed, FE-protein, and
FE-mixed samples. Mean values + standard deviation at the end of digestion (240 min) with different
letters (A and B) are significantly different (p < 0.05).

3.5. Effect of White Mugwort Extract Polyphenols on Carbohydrate Digestion
3.5.1. Determination of Total Reducing Sugars (TRS)

The model food system samples including FE-starch, FE-mixed, and starch were
analyzed for TRS released during in vitro digestion using the PAHBAH assay (Figure 7).
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Figure 7. Total reducing sugars released during in vitro digestion of starch, FE-starch, and FE-mixed
samples. Gastric phase was 2-120 min and intestinal phase was 120-240 min.

Each sample which contained starch was subjected to in vitro digestion in the presence
and absence of a-amylase and pancreatic amylase and in the presence and absence of
FE. Without digestive enzymes, as expected, the TRS released from the starch and FE-
starch samples were not increased during digestion. However, there was an increase in
the TRS in the oral and intestinal phases of the mixed and FE-mixed treatments without
digestive enzymes. This could be due to the presence of an alkali-labile free sugar fraction
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in inulin powder. Therefore, the TRS was detected under the alkaline conditions (pH 7.0)
of the mixed and FE-mixed (no enzyme) samples [40,62,67]. In the presence of digestive
enzymes, the highest TRS was found in the starch followed by mixed, FE-mixed, and
FE-starch samples (Figure 7). The transition from the gastric to the small intestinal phase
showed a sudden increase in the TRS. This was due to the action of pancreatic amylase
which hydrolyses starch [68]. The co-ingestion of FE with starch drastically lowered
the TRS released during digestion compared to that of the sample in the absence of FE
(starch), indicating a strong inhibition of starch-digesting enzymes. The presence of other
macronutrients in the FE-mixed sample reduced these inhibitory effects. These findings
indicate the inhibitory effect of polyphenols from FE on starch digestion, which was further
investigated using enzyme inhibition assays.

3.5.2. Enzymatic Inhibition

In order to study the inhibitory effect of FE polyphenols on the activity of pancreatic
amylase further, brown rice powder was co-ingested with different concentrations of FE
0-30 mg/mL). The PAHBAH assay was used to determine the hydrolysis rates of starch by
pancreatic amylase (2 U/mL) by measuring the TRS released during starch amylolysis. The
reaction rate of starch amylolysis is indicated by the change in the concentration of the TRS
over time (v = mM Maltose/min) [37]. The reaction rates (Figure 8) were decreased with
the increase in the FE concentration, indicating the ability of polyphenols from FE to slow
starch hydrolysis. This could be due to the the inhibitory effect on polyphenols on amylase
activity though the non-covalent interaction of the polypenols with the enzyme restricting
access to the active site. This reaction occurs between the hydroxyl groups of phenolic and
polar groups (e.g., -OH, -SH, -NH) of proteins such as amylase [51].
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Figure 8. The effect of white mugwort extract polyphenols on starch digestion.

This idea was supported by several studies. For example, Ref. [69] indicated that the
interaction between digestive enzymes and either pure polyphenols or crude plant extracts
caused changes in the secondary structure of proteins (x-helix and (3-sheet), resulting in pro-
tein unfolding and a subsequent decrease in enzymatic activity. This enzymatic inhibitory
effect of polyphenols is desirable for the nutritional improvement of carbohydrate-rich di-
ets, mainly by reducing the glycemic response [70]. The inhibitory effect of white mugwort
extract on digestive enzymes such as D-amylase and D-glucosidase was also reported in [7].
These findings indicated the health benefits of white mugwort extract through reducing
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the risk of type 2 diabetes, owing to its ability to delay or slow starch hydrolysis, glucose
absorption, and further improve glycemic control [46,71,72].

3.6. Effect of White Mugwort Polyphenols on Oil Digestion

During lipid digestion, digestive lipases hydrolyze triglyceride molecules, releasing
free fatty acids and monoglycerides from the glycerol backbone, resulting in a decrease in
the pH of the digesta [73]. Therefore, the effect of FE polyphenols on coconut oil emulsion
digestion was investigated by monitoring the free fatty acids released during lipolysis by
pancreatic lipase using the pH-stat titration method to maintain the pH during intestinal
digestion (Figure 9). At 12 to 52 min, FE-oil required a slightly lower volume of NaOH
compared to the oil sample, indicating that coconut oil lipolysis had been delayed when FE
was present. However, the pH-stat profiles of both samples were not significantly different
(p > 0.05). The final levels of NaOH added to oil and FE-oil were 10.22 and 10.38 mL,
respectively. These results indicated that FE had no significant effect on the lipase activity
or free fatty acids released during coconut oil emulsion digestion.

The physicochemical properties of emulsions such as the droplet diameter and specific
surface area (SSA) can affect the lipolysis rates of lipase and alter fat absorption. The
reduction in the surface area-to-volume ratio of oil contributes to a lower lipid digestion
rate, as it effectively determines the availability of the interface for adsorption by digestive
lipases to the surface of oil droplets. Droplets of the emulsions of the oil-FE and oil samples
were observed using light microscopy (Figure 10). The presence of FE slightly increased the
emulsion droplet diameter distribution of coconut oil in the o/w system. The increase in
the droplet diameter results in a reduction in the SSA. Table 2 shows that the FE-oil sample
had higher median and average droplet diameters than those of the oil sample and lower
SSA values compared to the oil sample.
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Figure 9. pH-stat profiles measured during the intestinal phase of in vitro digestion for the coconut
oil emulsion with and without white mugwort extract.

However, a statistically significant difference was only found in the median droplet
diameters between the o0il and FE-oil samples (p < 0.05). Reference [74] also reported an
increased emulsion droplet diameter and decreased SSA when polyphenols from black tea
were added to an olive oil emulsion. These results indicated an effect of polyphenols on
the physicochemical properties of emulsions, possibly caused by the interaction between
polyphenols and emulsifiers. These compounds interact through the hydrogen bonds
between the hydroxyl groups of polyphenols and the hydrophilic head of emulsifiers,
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making them less efficient emulsifiers and thus increased the emulsion droplet diameter
and decreased SSA [43,44]. These interactions appear to be desirable due to the positive
effect on the bioaccessibility of polyphenols (Figure 3). In addition, these interactions could
further reduce lipid digestion and absorption rates [11].

Initial sample Gastric Intestinal

Oil

FE-Oil

Figure 10. The changes in emulsion droplet of coconut oil emulsion with and without white mugwort
extract during in vitro digestion.

Table 2. The changes in specific surface area and droplet diameter of coconut oil emulsion with and
without white mugwort extract during in vitro digestion.

Droplet Distribution = Initial Sample  Gastric Intestinal
Specific surface 0il (53+£09) x 10941 (21 +0.4) x 10°Brs (7.0 +1.3) x 10042
area (cm?/g) FE-Oil (43 +£1.6) x 10541 (62 +15) x 10581 (6.9 £+ 0.9) x 10°BPb

0il 1.62 4+ 0.12 B 43.8 + 6.6 Ams 17.6 + 2.9 Bns
Median droplet diameter (um)

FE-Oil 403 +11.1¢A 403 4+ 11.1 Ans 37.9 4 17.2 Bns

0il 2.01 + 0.27 Cns 42.0 £ 5.5 Ans 10.9 + 2.8 Bb
Average droplet diameter (um)

FE-Oil 2.60 + 0.67 Bns 39.0 +10.4 Ans 20.4 42144

Mean values + standard deviation with different letters between digestion phase (A—C) and between sam-
ples (a and b) are significantly different (p < 0.05). p-value higher than 0.05 is represented by ns (non-
significant difference).

Initially, the average droplet diameter in the oil sample was found to be 2.01 um.
The gastric phase increased the average droplet diameter in the oil sample to 42.0 pm
(Table 2). These large particles were rapidly broken down in the small intestine, leading
to the presence of a smaller average droplet diameter at 10.9 um. The rapid changes
in the droplet diameter distribution in the small intestine could be explained by several
modifications occurring in the intestinal phase, mainly the action of bile salts to break up
larger fat aggregates into small droplets and increase the SSA, which makes it easier for
the pancreatic lipase to access and hydrolyze lipids, leading to the presence of smaller
droplets [75,76]. Some larger droplets found in the intestinal phase could have been due to
the aggregation or coalescence of lipid droplets or the formation of mixed micelles [77]. In
comparison, the SSA and mean droplet diameter in the oil and FE-oil samples showed no
significant difference in the gastric phase (p > 0.05), whereas the intestinal phase increased
the SSA in the oil sample ((7.0 + 1.3)10° cm?/g), showing a significantly higher SSA value
than in the FE-oil sample ((6.9 + 0.9)10° cm?/ g) (p < 0.05). The median droplet diameter
was decreased in the intestinal phase of both samples. The inversion between the SSA
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and particle diameter is expected to be found because the SSA of an emulsion is reduced
when small droplets coalescence to form larger droplets [72]. After digestion, the median
droplet diameter in the FE-oil sample (20.4 & 2.1 um) was significantly higher than that in
the oil sample (10.9 = 2.8 pm), implying that the FE increased the stability of the coconut
oil emulsion. These findings can be used to explain the protective effect of coconut oil
emulsion, which could increase the bioaccessibility of polyphenols in FE-o0il samples.

4. Conclusions

This work has revealed the impact of interactions between polyphenols in mugwort
extract and food macronutrients in model food systems during in vitro gastrointestinal
digestion. A coconut oil emulsion appeared to exert a protective effect on the polyphenols,
resulting in the highest polyphenol bioaccessibility and antioxidant activity after intestinal
digestion. In contrast, the presence of protein (egg white albumen) imparted the strongest
negative effect on the polyphenol bioaccessibility. The mixture comprising all the macronu-
trients also had a strong negative impact on the polyphenol bioaccessibility, probably
due to the complex interactions between the polyphenols and the various macronutrients.
Carbohydrates (starch and fiber) also showed a negative effect on the antioxidant activity
and polyphenol bioaccessibility.

The interactions between polyphenols and food macronutrients also affected macronu-
trient digestion. Whilst FE did not affect lipid digestion per se, FE did appear to increase the
stability of the coconut oil emulsion during digestion, which may have contributed to the
protective effect of coconut oil on the polyphenol bioaccessibility and antioxidant activity.
However, FE also delayed starch digestion by inhibiting amylase activity via polyphenol-
protein interactions. FE was also found to limit protein digestion due to the aggregation
between polyphenols and proteins, consequently reducing the bioaccessibility of both the
amino acids and polyphenols. These findings provide useful information for formulating
foods that can promote the bioaccessibility and bioactivity of white mugwort polyphenols.

Author Contributions: Conceptualization, T.P. and PJ.W.; methodology, N.U., T.P,, A.-LM.-C. and
PJ.W.,; validation, T.P., PJ.W. and N.U.; formal analysis, N.U.; investigation, N.U.; resources, PJ.W.
and S.S.; data curation, N.U.; writing—original draft preparation, N.U.; writing—review and editing,
T.P. and PJ.W.; visualization, N.U.; supervision, T.P. and PJ.W.; project administration, T.P. and P.J.W.
All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by Thailand Researchers and Research for Industry Grants (RRi)
(Grant No. PHD6110001), National Research Council Thailand (NRCT). This work was financially
supported by the Office of the Ministry of Higher Education, Science, Research and Innovation and
Thailand Science Research and Innovation through the Kasetsart University Reinventing University
Program 2022.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: The original contributions presented in the study are included in the
article, further inquiries can be directed to the corresponding authors.

Acknowledgments: The white mugwort sample and financial co-funded support were provided by
Save Life Products Co., Ltd., Thailand. The Quadram Institute Bioscience (QIB), UK, provided the
facilities for this study.

Conflicts of Interest: The authors declare that there are no conflicts of interest.

1.  Gardner, J.A. Living with Herbs: A Treasury of Useful Plants for the Home and Garden, 2nd ed.; Powell’s Bookstores Chicago: Chicago,

IL, USA, 2014.

2. Kulprachakarn, K.; Pangjit, K.; Paradee, N.; Srichairatanakool, S.; Rerkasem, K.; Ounjaijean, S. Antioxidant Properties and
Cytotoxicity of White Mugwort (Artemisia lactiflora) Leaf Extract in Human Hepatocellular Carcinoma Cell Line. Walailak . Sci.
Technol. (W]JST) 2019, 16, 185-192. [CrossRef]


https://doi.org/10.48048/wjst.2019.6223

Foods 2024, 13,2942 19 of 21

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

Li, B. Improvements on Just-About-Right (JAR) Scales as Product Optimization Tools Using Kano Modeling Concepts; University of
Arkansas: Fayetteville, AR, USA, 2011.

Lin, ED.; Luo, D.W,; Ye, J.; Xiao, M.T. Chemical constituents of Artemisia lactiflora(Il). Zhongguo Zhong Yao Za Zhi Zhongguo
Zhongyao Zazhi China J. Chin. Mater. Medica 2014, 39, 2531-2535.

Nakamura, Y.; Kawamoto, N.; Ohto, Y.; Torikai, K.; Murakami, A.; Ohigashi, H. A diacetylenic spiroketal enol ether epoxide,
AL-1, from Artemisia lactiflora inhibits 12-O-tetradecanoylphorbol-13-acetate-induced tumor promotion possibly by suppression
of oxidative stress. Cancer Lett. 1999, 140, 37-45. [CrossRef] [PubMed]

Nakamura, Y.; Ohto, Y.; Murakami, A.; Jiwajinda, S.; Ohigashi, H. Isolation and Identification of Acetylenic Spiroketal Enol Ethers
from Artemisia lactiflora as Inhibitors of Superoxide Generation Induced by a Tumor Promoter in Differentiated HL-60 Cells. J.
Agric. Food Chem. 1998, 46, 5031-5036. [CrossRef]

Sea-tan, S.; Kunpanya, P. Water extract from leaf and stem of White Mugwort inhibits enzyme activity of x-amylase and
x-glucosidase. |. Nutr. Asscociation Thail. 2017, 52, 16-22.

Udomwasinakun, N.; Pirak, T.; Chanput, W.P. Identification of polyphenols in white mugwort (Artemisia lactiflora Wall.) ethanolic
extracts and their anti-inflammatory and anti-adipogenic activity potential. Food Biosci. 2022, 47, 101761. [CrossRef]

Xiao M-t Luo D-w Ke, Z; Ye, J.; Tu, P-F. A novel polyacetylene from the aerial parts of Artemisia lactiflora. Phytochem. Lett. 2014, 8,
52-54. [CrossRef]

Chao, PY;; Lin, S.Y; Lin, K.H.; Liu, Y.F,; Hsu, J.I; Yang, C.M,; Lai, ].Y. Antioxidant activity in extracts of 27 indigenous Taiwanese
vegetables. Nutrients 2014, 6, 2115-2130. [CrossRef]

Pinarli, B.; Simge Karliga, E.; Ozkan, G.; Capanoglu, E. Interaction of phenolics with food matrix: In vitro and in vivo approaches.
Mediterr. J. Nutr. Metab. 2020, 13, 63-74. [CrossRef]

Rein, M.].; Renouf, M.; Cruz-Hernandez, C.; Actis-Goretta, L.; Thakkar, S.K.; da Silva Pinto, M. Bioavailability of bioactive food
compounds: A challenging journey to bioefficacy. Br. J. Clin. Pharmacol. 2013, 75, 588-602. [CrossRef]

Zhang, L.; Tu, Z.C.; Yuan, T.; Wang, H.; Fu, Z.F,; Wen, Q.H.; Wang, X.Q. Solvent optimization, antioxidant activity, and chemical
characterization of extracts from Artemisia selengnesis Turcz. Ind. Crops Prod. 2014, 56, 223-230. [CrossRef]

Udomwasinakun, N.; Saha, S.; Mulet-Cabero, A.-1.; Wilde, PJ.; Pirak, T. Assessment of Polyphenols Bioaccessibility, Stability, and
Antioxidant Activity of White Mugwort (Artemisia lactiflora Wall.) during Static In Vitro Gastrointestinal Digestion. Foods 2023, 12,
949. [CrossRef] [PubMed]

Diez-Sanchez, E.; Quiles, A.; Hernando, I. Interactions between Blackcurrant Polyphenols and Food Macronutrients in Model
Systems: In Vitro Digestion Studies. Foods 2021, 10, 847. [CrossRef] [PubMed]

Le Bourvellec, C.; Renard, C.M. Interactions between polyphenols and macromolecules: Quantification methods and mechanisms.
Crit. Rev. Food Sci. Nutr. 2012, 52, 213-248. [CrossRef] [PubMed]

Zhang, H.; Yu, D.; Sun, J.; Liu, X,; Jiang, L.; Guo, H.; Ren, F. Interaction of plant phenols with food macronutrients: Characterisation
and nutritional-physiological consequences. Nutr. Res. Rev. 2014, 27, 1-15. [CrossRef]

Seczyk, L.; Sugier, D.; Swieca, M.; Gawlik-Dziki, U. The effect of in vitro digestion, food matrix, and hydrothermal treatment on
the potential bioaccessibility of selected phenolic compounds. Food Chem. 2021, 344, 128581. [CrossRef]

Wu, Y,; Chen, Z,; Li, X.; Li, M. Effect of tea polyphenols on the retrogradation of rice starch. Food Res. Int. 2009, 42, 221-225.
[CrossRef]

Zeng Xu, Z.; Dai, M.; Cao, X.; Xiong, X.; He, S.; Yuan, Y.; Zhang, M.; Dong, L.; Zhang, R.; Su, D. Effects of simulated digestion on
the phenolic composition and antioxidant activity of different cultivars of lychee pericarp. BMC Chem. 2019, 13, 27. [CrossRef]
Liu, X.; Bi, J.; Xiao, H.; McClements, D.J. Enhancement of Nutraceutical Bioavailability using Excipient Nanoemulsions: Role
of Lipid Digestion Products on Bioaccessibility of Carotenoids and Phenolics from Mangoes. J. Food Sci. 2016, 81, N754-N761.
[CrossRef]

Ortega, N.; Macia, A.; Romero, M.-P.; Reguant, J.; Motilva, M.-J. Matrix composition effect on the digestibility of carob flour
phenols by an in-vitro digestion model. Food Chem. 2011, 124, 65-71. [CrossRef]

Sengul, H.; Surek, E.; Nilufer-Erdil, D. Investigating the effects of food matrix and food components on bioaccessibility of
pomegranate (Punica granatum) phenolics and anthocyanins using an in-vitro gastrointestinal digestion model. Food Res. Int. 2014,
62,1069-1079. [CrossRef]

Chen, C.; Wang, L.; Chen, Z.; Luo, X,; Li, Y.; Wang, R.; Li, J.; Li, Y.; Wang, T.; Wu, ].. Effects of Milk Proteins on the Bioaccessibility
and Antioxidant Activity of Oat Phenolics During In Vitro Digestion. J. Food Sci. 2019, 84, 895-903. [CrossRef] [PubMed]
Prigent, S.V.; Gruppen, H.; Visser, A.].; Van Koningsveld, G.A.; De Jong, G.A.; Voragen, A.G. Effects of non-covalent interactions
with 5-O-caffeoylquinic acid (chlorogenic acid) on the heat denaturation and solubility of globular proteins. J. Agric. Food Chem.
2003, 51, 5088-5095. [CrossRef] [PubMed]

Qin, W.; Ketnawa, S.; Ogawa, Y. Effect of digestive enzymes and pH on variation of bioavailability of green tea during simulated
in vitro gastrointestinal digestion. Food Sci. Hum. Wellness 2022, 11, 669-675. [CrossRef]

Rodriguez-Roque, M.].; de Ancos, B.; Sanchez-Moreno, C.; Cano, M.P; Elez-Martinez, P.; Martin-Belloso, O. Impact of food matrix
and processing on the in vitro bioaccessibility of vitamin C, phenolic compounds, and hydrophilic antioxidant activity from fruit
juice-based beverages. J. Funct. Foods 2015, 14, 33—43. [CrossRef]

Cebeci, F.; Sahin-Yesilcubuk, N. The matrix effect of blueberry, oat meal and milk on polyphenols, antioxidant activity and
potential bioavailability. Int. J. Food Sci. Nutr. 2014, 65, 69-78. [CrossRef]


https://doi.org/10.1016/S0304-3835(99)00048-8
https://www.ncbi.nlm.nih.gov/pubmed/10403539
https://doi.org/10.1021/jf980521u
https://doi.org/10.1016/j.fbio.2022.101761
https://doi.org/10.1016/j.phytol.2014.01.008
https://doi.org/10.3390/nu6052115
https://doi.org/10.3233/MNM-190362
https://doi.org/10.1111/j.1365-2125.2012.04425.x
https://doi.org/10.1016/j.indcrop.2014.03.003
https://doi.org/10.3390/foods12050949
https://www.ncbi.nlm.nih.gov/pubmed/36900469
https://doi.org/10.3390/foods10040847
https://www.ncbi.nlm.nih.gov/pubmed/33924602
https://doi.org/10.1080/10408398.2010.499808
https://www.ncbi.nlm.nih.gov/pubmed/22214442
https://doi.org/10.1017/S095442241300019X
https://doi.org/10.1016/j.foodchem.2020.128581
https://doi.org/10.1016/j.foodres.2008.11.001
https://doi.org/10.1186/s13065-019-0544-4
https://doi.org/10.1111/1750-3841.13227
https://doi.org/10.1016/j.foodchem.2010.05.105
https://doi.org/10.1016/j.foodres.2014.05.055
https://doi.org/10.1111/1750-3841.14499
https://www.ncbi.nlm.nih.gov/pubmed/30977921
https://doi.org/10.1021/jf021229w
https://www.ncbi.nlm.nih.gov/pubmed/12903974
https://doi.org/10.1016/j.fshw.2021.12.024
https://doi.org/10.1016/j.jff.2015.01.020
https://doi.org/10.3109/09637486.2013.825699

Foods 2024, 13,2942 20 of 21

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

Tomas, M.; Beekwilder, J.; Hall, R.D.; Diez Simon, C.; Sagdic, O.; Capanoglu, E. Effect of dietary fiber (inulin) addition on
phenolics and in vitro bioaccessibility of tomato sauce. Food Res. Int. 2018, 106, 129-135. [CrossRef]

Brodkorb, A.; Egger, L.; Alminger, M.; Alvito, P.; Assungao, R.; Ballance, S.; Bohn, T.; Bourlieu-Lacanal, C.; Boutrou, R.; Carriere,
F.; et al. INFOGEST static in vitro simulation of gastrointestinal food digestion. Nat. Protoc. 2019, 14, 991-1014. [CrossRef]
Campoli, S.S.; Rojas, M.L.; do Amaral, ].E.P.G.; Canniatti-Brazaca, S.G.; Augusto, P.E.D. Ultrasound processing of guava juice:
Effect on structure, physical properties and lycopene in vitro accessibility. Food Chem. 2018, 268, 594—601. [CrossRef]
Karabegovic, I.; Nikolova, M.; Velickovi¢, D.; Stojicevi¢, S.; Veljkovi¢, V.; Lazic, M. Comparison of Antioxidant and Antimicrobial
Activities of Methanolic Extracts of the Artemisia sp. Recovered by Different Extraction Techniques. Chin. J. Chem. Eng. 2011, 19,
504-511. [CrossRef]

Hwang, K.-E.; Choi, Y.-S.; Choi, ].-H.; Kim, H.-Y; Kim, H.-W.; Lee, M.-A.; Chung, H.-K.; Kim, C.-]. Effect of Ganghwayakssuk
(Artemisia princeps Pamp.) on oxidative stability of deep fried chicken nuggets. Food Sci. Biotechnol. 2011, 20, 1381. [CrossRef]
Ketnawa, S.; Suwannachot, J.; Ogawa, Y. In vitro gastrointestinal digestion of crisphead lettuce: Changes in bioactive compounds
and antioxidant potential. Food Chem. 2020, 311, 125885. [CrossRef] [PubMed]

Nielsen, PM.; Petersen, D.; Dambmann, C. Improved Method for Determining Food Protein Degree of Hydrolysis. J. Food Sci.
2001, 66, 642—-646. [CrossRef]

Colosimo, R.; Warren, EJ.; Edwards, C.H.; Finnigan, T.J.A.; Wilde, PJ. The interaction of x-amylase with mycoprotein: Diffusion
through the fungal cell wall, enzyme entrapment, and potential physiological implications. Food Hydrocoll. 2020, 108, 106018.
[CrossRef]

Robinson, PK. Enzymes: Principles and biotechnological applications. Essays Biochem. 2015, 59, 1-41. [CrossRef]

Mat, D.J.L.; Le Feunteun, S.; Michon, C.; Souchon, . In vitro digestion of foods using pH-stat and the INFOGEST protocol: Impact
of matrix structure on digestion kinetics of macronutrients, proteins and lipids. Food Res. Int. 2016, 88, 226-233. [CrossRef]
Sanchez-Rangel, J.C.; Benavides, J.; Heredia, J.B.; Cisneros-Zevallos, L.; Jacobo-Velazquez, D.A. The Folin-Ciocalteu assay
revisited: Improvement of its specificity for total phenolic content determination. Anal. Methods 2013, 5, 5990-5999. [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 bioaccessibility and antioxidant activity of grape polyphenols.
Food Chem. 2010, 120, 599-606. [CrossRef]

US Department of Agriculture. SDA National Nutrient Database for Standard Reference. 2016. Available online: https:
//url24.top /ywDEK (accessed on 25 July 2024).

Galanakis, C.M.; Goulas, V.; Tsakona, S.; Manganaris, G.A.; Gekas, V. A Knowledge Base for The Recovery of Natural Phenols
with Different Solvents. Int. J. Food Prop. 2013, 16, 382-396. [CrossRef]

Gu, C;; Suleria, H.A.R.; Dunshea, FR.; Howell, K. Dietary Lipids Influence Bioaccessibility of Polyphenols from Black Carrots and
Affect Microbial Diversity under Simulated Gastrointestinal Digestion. Antioxidants 2020, 9, 762. [CrossRef] [PubMed]
Macierzanka, A.; Torcello-Gémez, A.; Jungnickel, C.; Maldonado-Valderrama, ]. Bile salts in digestion and transport of lipids.
Adv. Colloid. Interface Sci. 2019, 274, 102045. [CrossRef] [PubMed]

Quiros, A.; Palafox, H.; Sayago-Ayerdi, S.; Ayala-Zavala, ].E; Bello-Perez, L.A.; Alvarez-Parrilla, E.; De la Rosa, L.; Gonzalez-
Cordova, A.F,; Aguilar, G. Dietary fiber and phenolic compounds as functional ingredients: Interaction and possible effect after
ingestion. Food Funct. 2014, 5, 1063-1072. [CrossRef]

O’Grady, J.; O’Connor, E.M.; Shanahan, F. Review article: Dietary fibre in the era of microbiome science. Aliment. Pharmacol. Ther.
2019, 49, 506-515. [CrossRef] [PubMed]

Hussain, M.; Hassan, S.; Waheed, M.; Javed, A.; Farooq, M.; Tahir, A. Bioavailability and Metabolic Pathway of Phenolic Compounds;
IntechOpen: London, UK, 2019. [CrossRef]

Marin, L.; Miguélez, EM.; Villar, C.J.; Lombo, F. Bioavailability of Dietary Polyphenols and Gut Microbiota Metabolism:
Antimicrobial Properties. BioMed Res. Int. 2015, 2015, 905215. [CrossRef]

Prigent, S.V.; Voragen, A.G.; Visser, A.].; van Koningsveld, G.A.; Gruppen, H. Covalent interactions between proteins and
oxidation products of caffeoylquinic acid (chlorogenic acid). J. Sci. Food Agric. 2007, 87, 2502-2510. [CrossRef]

Quan, T.H.; Benjakul, S.; Sae-leaw, T.; Balange, A.K.; Maqgsood, S. Protein—polyphenol conjugates: Antioxidant property,
functionalities and their applications. Trends Food Sci. Technol. 2019, 91, 507-517. [CrossRef]

Arts, M.].T].; Haenen, G RM.M.; Wilms, L.C.; Beetstra, S.A.J.N.; Heijnen, C.G.M.; Voss, H.-P,; Bast, A. Interactions between
Flavonoids and Proteins: Effect on the Total Antioxidant Capacity. J. Agric. Food Chem. 2002, 50, 1184-1187. [CrossRef]

Ozdal, T.; Capanoglu, E.; Altay, F. A review on protein—phenolic interactions and associated changes. Food Res. Int. 2013, 51,
954-970. [CrossRef]

Shen, E; Niu, F; Li, J.; Su, Y;; Liu, Y,; Yang, Y.-j. Interactions between tea polyphenol and two kinds of typical egg white
proteins—Ovalbumin and lysozyme: Effect on the gastrointestinal digestion of both proteins in vitro. Food Res. Int. 2014, 59,
100-107.

Bibi Sadeer, N.; Montesano, D.; Albrizio, S.; Zengin, G.; Mahomoodally, M.E. The Versatility of Antioxidant Assays in Food
Science and Safety—Chemistry, Applications, Strengths, and Limitations. Antioxidants 2020, 9, 709. [CrossRef] [PubMed]


https://doi.org/10.1016/j.foodres.2017.12.050
https://doi.org/10.1038/s41596-018-0119-1
https://doi.org/10.1016/j.foodchem.2018.06.127
https://doi.org/10.1016/S1004-9541(11)60013-X
https://doi.org/10.1007/s10068-011-0190-7
https://doi.org/10.1016/j.foodchem.2019.125885
https://www.ncbi.nlm.nih.gov/pubmed/31780224
https://doi.org/10.1111/j.1365-2621.2001.tb04614.x
https://doi.org/10.1016/j.foodhyd.2020.106018
https://doi.org/10.1042/bse0590001
https://doi.org/10.1016/j.foodres.2015.12.002
https://doi.org/10.1039/C3AY41125G
https://doi.org/10.1016/j.jff.2015.09.056
https://doi.org/10.1016/j.foodchem.2009.10.030
https://url24.top/ywDEK
https://url24.top/ywDEK
https://doi.org/10.1080/10942912.2010.522750
https://doi.org/10.3390/antiox9080762
https://www.ncbi.nlm.nih.gov/pubmed/32824607
https://doi.org/10.1016/j.cis.2019.102045
https://www.ncbi.nlm.nih.gov/pubmed/31689682
https://doi.org/10.1039/c4fo00073k
https://doi.org/10.1111/apt.15129
https://www.ncbi.nlm.nih.gov/pubmed/30746776
https://doi.org/10.5772/intechopen.84745
https://doi.org/10.1155/2015/905215
https://doi.org/10.1002/jsfa.3011
https://doi.org/10.1016/j.tifs.2019.07.049
https://doi.org/10.1021/jf010855a
https://doi.org/10.1016/j.foodres.2013.02.009
https://doi.org/10.3390/antiox9080709
https://www.ncbi.nlm.nih.gov/pubmed/32764410

Foods 2024, 13,2942 21 of 21

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

Jiang, J.; Zhang, Z.; Zhao, J.; Liu, Y. The effect of non-covalent interaction of chlorogenic acid with whey protein and casein on
physicochemical and radical-scavenging activity of in vitro protein digests. Food Chem. 2018, 268, 334-341. [CrossRef] [PubMed]
Morishita, H.; Ohnishi, M. Absorption, metabolism and biological activities of chlorogenic acids and related compounds. In
Studies in Natural Products Chemistry; Atta ur, R., Ed.; Elsevier: Amsterdam, The Netherlands, 2001; Volume 25, pp. 919-953.
[CrossRef]

Liang, N.; Kitts, D.D. Role of Chlorogenic Acids in Controlling Oxidative and Inflammatory Stress Conditions. Nutrients 2015, 8,
16. [CrossRef] [PubMed]

Narita, Y.; Inouye, K. Degradation Kinetics of Chlorogenic Acid at Various pH Values and Effects of Ascorbic Acid and
Epigallocatechin Gallate on Its Stability under Alkaline Conditions. J. Agric. Food Chem. 2013, 61, 966-972. [CrossRef] [PubMed]
Naveed, M.; Hejazi, V.; Abbas, M.; Ali, A.; Khan, G.J.; Shumzaid, M.; Ahmad, F,; Babazadeh, D.; FangFang, X.; Modarresi-Ghazani,
F.; et al. Chlorogenic acid (CGA): A pharmacological review and call for further research. Biomed. Pharmacother. 2018, 97, 67-74.
[CrossRef] [PubMed]

Vilas-Boas Oliveira, A.; Jesus, D.; Rodrigues, C.; Figueira, C.; Gomes, A.; Pintado, M. Chlorogenic acids composition and
the impact of in vitro gastrointestinal digestion on espresso coffee from single-dose capsule. Food Res. Int. 2020, 134, 109223.
[CrossRef]

Platzer, M,; Kiese, S.; Herfellner, T.; Schweiggert-Weisz, U.; Eisner, P. How Does the Phenol Structure Influence the Results of the
Folin-Ciocalteu Assay? Antioxidants 2021, 10, 811. [CrossRef]

Goff, H.D.; Repin, N.; Fabek, H.; El Khoury, D.; Gidley, M.]. Dietary fibre for glycaemia control: Towards a mechanistic
understanding. Bioact. Carbohydr. Diet. Fibre 2018, 14, 39-53. [CrossRef]

Sastry, M.C.S.; Rao, M.S.N. Binding of chlorogenic acid by the isolated polyphenol-free 11 S protein of sunflower (Helianthus
annuus) seed. J. Agric. Food Chem. 1990, 38, 2103-2110. [CrossRef]

Carlson, B.M. Chapter 12—The Digestive System. In The Human Body; Carlson, B.M., Ed.; Academic Press: Cambridge, MA, USA,
2019; pp. 321-355. [CrossRef]

Minekus, M.; Alminger, M.; Alvito, P; Ballance, S.; Bohn, T.; Bourlieu, C.; Carriere, E; Boutrou, R.; Corredig, M.; Dupont, D.; et al.
A standardised static in vitro digestion method suitable for food—An international consensus. Food Funct. 2014, 5, 1113-1124.
[CrossRef]

BeMiller, ].N.; Steinheimer, T.R.; Allen, E.E., Jr. Alkaline Degradation of Inulin and Its Structural Implications. Clin. Chem. 1967,
13,261-269. [CrossRef] [PubMed]

Yu, J.; Mi, Y,; Ji, S. In vitro Evaluating the Influence of Grape Seed Polyphenol Extract on the Digestibility of Macronutrients. J.
Health Sci. 2016, 4, 167-176. [CrossRef]

Martinez-Gonzalez, A.L; Diaz-Sanchez, A.G.; Rosa, L.A ; Vargas-Requena, C.L.; Bustos-Jaimes, I.; Alvarez-Parrilla, A.E. Polyphe-
nolic Compounds and Digestive Enzymes: In Vitro Non-Covalent Interactions. Molecules 2017, 22, 669. [CrossRef] [PubMed]
Lovegrove, A.; Edwards, C.H.; De Noni, L.; Patel, H.; El, S.N.; Grassby, T.; Zielke, C.; Ulmius, M.; Nilsson, L.; Butterworth, PJ.;
et al. Role of polysaccharides in food, digestion, and health. Crit. Rev. Food Sci. Nutr. 2017, 57, 237-253. [CrossRef] [PubMed]
Coe, S.; Ryan, L. Impact of polyphenol-rich sources on acute postprandial glycaemia: A systematic review. J. Nutr. Sci. 2016, 5,
e24. [CrossRef]

Rufino, A.T.; Costa, V.M.; Carvalho, F.; Fernandes, E. Flavonoids as antiobesity agents: A review. Med. Res. Rev. 2021, 41, 556-585.
[CrossRef]

Anbu, P; Lakshmipriya, T.; Hilda, A. Strategies to Characterize Fungal Lipases for Applications in Medicine and Dairy Industry.
BioMed Res. Int. 2013, 2013, 154549. [CrossRef]

Shishikura, Y.; Khokhar, S.; Murray, B.S. Effects of tea polyphenols on emulsification of olive oil in a small intestine model system.
J. Agric. Food Chem. 2006, 54, 1906-1913. [CrossRef]

Guo, Q.; Ye, A.; Lad, M.; Dalgleish, D.; Singh, H. Impact of colloidal structure of gastric digesta on in-vitro intestinal digestion of
whey protein emulsion gels. Food Hydrocoll. 2016, 54, 255-265. [CrossRef]

Salentinig, S.; Sagalowicz, L.; Leser, M.E.; Tedeschi, C.; Glatter, O. Transitions in the internal structure of lipid droplets during fat
digestion. Soft Matter 2011, 7, 650-661.

Jiang, T.; Charcosset, C. Encapsulation of curcumin within oil-in-water emulsions prepared by premix membrane emulsification:
Impact of droplet size and carrier oil type on physicochemical stability and in vitro bioaccessibility. Food Chem. 2022, 375, 131825.
[CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1016/j.foodchem.2018.06.015
https://www.ncbi.nlm.nih.gov/pubmed/30064766
https://doi.org/10.1016/S1572-5995(01)80024-7
https://doi.org/10.3390/nu8010016
https://www.ncbi.nlm.nih.gov/pubmed/26712785
https://doi.org/10.1021/jf304105w
https://www.ncbi.nlm.nih.gov/pubmed/23298331
https://doi.org/10.1016/j.biopha.2017.10.064
https://www.ncbi.nlm.nih.gov/pubmed/29080460
https://doi.org/10.1016/j.foodres.2020.109223
https://doi.org/10.3390/antiox10050811
https://doi.org/10.1016/j.bcdf.2017.07.005
https://doi.org/10.1021/jf00102a001
https://doi.org/10.1016/B978-0-12-804254-0.00012-0
https://doi.org/10.1039/c3fo60702j
https://doi.org/10.1093/clinchem/13.4.261
https://www.ncbi.nlm.nih.gov/pubmed/6036710
https://doi.org/10.17265/2328-7136/2016.04.001
https://doi.org/10.3390/molecules22040669
https://www.ncbi.nlm.nih.gov/pubmed/28441731
https://doi.org/10.1080/10408398.2014.939263
https://www.ncbi.nlm.nih.gov/pubmed/25921546
https://doi.org/10.1017/jns.2016.11
https://doi.org/10.1002/med.21740
https://doi.org/10.1155/2013/154549
https://doi.org/10.1021/jf051988p
https://doi.org/10.1016/j.foodhyd.2015.10.006
https://doi.org/10.1016/j.foodchem.2021.131825
https://www.ncbi.nlm.nih.gov/pubmed/34936971

	Introduction 
	Materials and Methods 
	Preparation of White Mugwort Extract and Model Food Systems 
	Plant Material Preparation and Extraction 
	Preparation of Model Food Systems 

	Effect of Model Food Systems on Polyphenol and Antioxidant Activity of White Mugwort Extract during In Vitro Digestion 
	In Vitro Gastrointestinal Digestion 
	Analysis of Total Polyphenol Content (TPC) 
	Analysis of Antioxidant Capacity 
	Identification of Phenolic Compounds by HPLC-DAD 

	Effect of White Mugwort Polyphenols on the Digestion of Protein 
	Effect of White Mugwort Polyphenols on the Digestion of Starch 
	Determination of Starch Hydrolysis 
	Enzymatic Inhibition 

	Effect of White Mugwort Polyphenols on Lipid Digestion 
	Statistical Analysis 

	Results and Discussion 
	Effect of In Vitro Digestion on TPC Release and Bioaccessibility of FE in Model Food Systems 
	Effect of In Vitro Digestion on Antioxidant Activity of FE in Food Model Systems 
	Effect of Food Macronutrients on Bioaccessibility of Polyphenols from FE 
	Effect of White Mugwort Polyphenols on Protein Digestion 
	Effect of White Mugwort Extract Polyphenols on Carbohydrate Digestion 
	Determination of Total Reducing Sugars (TRS) 
	Enzymatic Inhibition 

	Effect of White Mugwort Polyphenols on Oil Digestion 

	Conclusions 
	References

