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A wide range of beneficial effects has been attributed to poly-
phenols. Several studies have shown an inverse association
between polyphenols and chronic diseases such as stroke,
cardiovascular diseases, metabolic syndrome, type 2 diabetes,
and cancer. The Mediterranean diet and its key components,
fruits and vegetables, wine, extra virgin olive oil, nuts, and
also green tea and chocolate, are well known to contain a
large amount of polyphenols. However, the protective effects
of polyphenols in vivo depend on the extractability from
food, intestinal absorption, metabolism, and biological action
with target tissues. After the intake of different polyphenols,
the metabolites present in plasma and urine vary from one
person to another. This may be related to the different gut
microbiota composition and/or genetic polymorphisms,
and it may be linked to unambiguous health effects.

In this special issue, A. Tresserra-Rimbau et al. summa-
rized the relation between polyphenols and stroke in human
intervention studies, animal models, and in vitro studies,
concluding that dietary polyphenols are inversely associated
with morbidity and mortality due to cardio- and cerebrovas-
cular diseases. This is important since the aforementioned
diseases are a major concern worldwide.

A. M. Witkowska et al. assessed the link between the
intake of dietary polyphenol and the incidence of cardiovas-
cular disease in postmenopausal women. They reported that
there was an inverse association between higher dietary poly-
phenol intake and cardiovascular diseases in this population.
In the same line, B. A. Sandoval-Ramirez et al. reported that

there is a direct interaction between the phenolic compounds
present in beer, such as 8-prenylnaringenin, 6-prenylnarin-
genin, and isoxanthohumol, and intracellular estrogen recep-
tors, which lead to gene expression modulation, increase in
plasma concentrations of sex hormone, and thus modulation
of physiological hormone imbalance in menopausal women.
Thus, it urges to substitute traditional hormone therapies
since they increase health risks. This, again, affirms the
potential health benefits of polyphenol-rich food in women.

Metabolic syndrome is a cluster of medical conditions
that raises the risk of having cardiovascular diseases and
other health problems. According to G. Chiva-Blanch et al.,
it seems that polyphenols could improve metabolic syn-
drome components by decreasing body weight, blood pres-
sure, and blood glucose and by improving lipid metabolism.
However, evidence from long-term randomized trials is
needed to develop public health strategies regarding meta-
bolic syndrome. Based on the results of different studies
regarding polyphenols and changes in menopause and meta-
bolic syndrome, S. Kawvised et al. hypothesized that micro-
encapsulated mulberry fruit extract, novel neuroprotectant,
and memory-enhancing agent could protect brain damage
and improve memory impairment in an animal model of
menopause with metabolic syndrome.

Moreover, M. Guasch-Ferr¢ et al. reported that polyphe-
nols and also the Mediterranean diet and its key components
are inversely associated to lower glycemia and type 2 diabetes
incidence. Different mechanisms have been proposed such as
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promotion of glucose uptake in tissues and improvement of
insulin sensitivity. Higher intake of flavan-3-ols and their food
sources has shown beneficial effects, not only on insulin resis-
tance but also on other cardiometabolic risk factors. Several
prospective studies have also reached the same conclusions.

A. Riba et al. reported that resveratrol, a well-known
stilbene mainly found in grapes and red wine, was able to
prevent cardiac hypertrophy, contractile dysfunction, and
remodeling when tested in some animal models of heart
failure. A. Riba et al. were able to propose several mecha-
nisms involved in its protective effects (i.e., inhibition of
prohypertrophic signaling molecules, improvement of myo-
cardial Ca** handling, regulation of autophagy, and reduc-
tion of oxidative stress and inflammation).

Lastly, A. Agouni et al. studied the vascular effects of
dietary supplementation of a nonalcoholic red wine poly-
phenol extract in Zucker fatty obese rats. They found that
the cyclooxygenase (COX) pathway was regulated by the
wine polyphenol extract to maintain vascular tone within
a physiological range.

In conclusion, this special issue highlights the importance
of polyphenols in chronic diseases. Polyphenols from diets or
specific foods provide health benefits through different
mechanisms involving lipid and glucose metabolism, modi-
tying gene expression or even influencing signaling path-
ways. However, their biological functions in humans still
remain insufficient to claim clear and positive health effects
relating to their consumption, particularly with regard to
long-term dietary ingestion.
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Alginate and f3-cyclodextrin were used to produce easily dosable and spray-dried microsystems of a dried blood orange extract with
antidysmetabolic properties, obtained from a by-product fluid extract. The spray-dried applied conditions were able to obtain a
concentrate dried extract without the loss of AOA and with TPC and TMA values of 35-40% higher than that of the starting
material. They were also effective in producing microparticles with 80-100% of encapsulation efficiency. The 2% sodium
alginate was capable of improving the extract shelf life, while the beta-cyclodextrin (1:1 molar ratio with dried extract)
prolonged the extract antioxidant efficiency by 6 hours. The good inhibition effect of the dried extract on the AGE formation
and the MMP-2 and MMP-9 activity is presumably due to a synergic effect exerted by both anthocyanin and bioflavonoid
extract compounds and was improved by the use of alginate and cyclodextrin.

1. Introduction

The term “food by-products” indicates that “food wastes” are
ultimate substrates for the recovery of functional com-
pounds, as phytochemicals, to develop new products with
additional value [1]. Blood orange processing wastes still
contain large amounts of anthocyanins, bioflavonoids, and
other polyphenols [2]. Many of these compounds are known
for their antioxidant effect depending on their concentration
[3-5] and their ability to inhibit the metalloproteinase

(MMP) activity [6] as MMP-2 and MMP-9, overexpressed
during dysmetabolic diseases. In addition, a recent study
reported the ability of dietary polyphenols to lower the
advanced glycation end product (AGE) formation and pro-
tein glycation [7]. For these reasons, phytochemicals may
be considered potential bioactive additives for functional
food to prevent dysmetabolic pathologies. So, they could be
conveniently recovered for nutraceutical purposes.

Our focus was on a Sicilian blood (pigmented or red)
orange (cv. “Moro,” “Tarocco,” and “Sanguinello”) by-
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product fluid extract (ExF) potentially active on dyslipidemic
pathologies [8, 9].

Unfortunately, the fluid extracts are difficult to handle
from industry and are more unstable with respect to a dried
product. In fact, phytochemical content easily oxidizes/
degrades [10]. To overcome this problem, a spray-dried
extract (ExMR) was produced. The spray drying technique
is able to prevent the appreciable losses of the extract’s bioac-
tive compounds without altering the health potential of the
extract [11]. To protect phytochemicals from oxidation/deg-
radation phenomena and enhance extract bioavailability,
shelf life, and antioxidant efficiency, bioactive EXMR micro-
particles easily added to common foods of daily diet to
enhance the patient compliance were obtained. As carriers,
edible biocompatible films and coatings present in the GRAS
list and able to deliver several vitamins, antioxidants, and
probiotics in food systems [12] were chosen.

In particular, sodium alginate (ALG) is a water-soluble
polymer capable of forming a hydrogel polymer matrix
which allows a good diffusion of the bioactive compounds.
Moreover, several studies showed that treatments with
sodium alginate mitigate the glucose excursions, reduce
insulin responses, increase satiety, and decrease energy
intake and obesity [13, 14]. For its activities, ALG can be used
in synergy with the extract in dyslipidemic diseases such as
obesity, diabetes, and hypercholesterolemia. Instead, f-
cyclodextrin (CD) and its derivatives are able to improve
the physicochemical properties of the guest molecules [15],
such as degradation and solubility [16], also masking their
bitter taste [17].

In our study, solubility, solid state, dissolution properties,
and shelf life of microparticle-loaded extract were studied and
compared to those of the fluid extract to evaluate the effec-
tiveness of the used spray drying technique. The influence
of parameters such as the polymer concentration and the
extract/polymer ratio on particle yield, distribution, and
morphology was also investigated. Furthermore, the extract
protection efficacy of the used selected coated polymers has
been evaluated. Considering the synergistic involvement of
free radicals, AGEs and MMPs on the onset of dysmetabolic
diseases [18], the antioxidant activity (ORAC assay), the anti-
glycation activity, and the inhibition capacity on MMP-2 and
MMP-9 (gelatinases involved in vascular remodeling with a
consequence of high levels of cholesterol and triglycerides)
[6, 19] of both formulated and unformulated extracts have
been evaluated.

2. Materials and Methods

2.1. Materials. The fluid aqueous extract obtained from blood
orange processing wastes (ExF) was produced by Ortogel
SpA (Caltagirone, Sicily, Italy). Beta-cyclodextrin was
supplied by Roquette Fréres (Lestrem, France). Sodium
alginate (ALG), fluorescein (FL), AAPH (2,2" azobis(2-
methylpropionamide) dihydrochloride) 97%, Trolox (6-
hydroxy-2,5,7,8-tetramethylchroman-2-carboxylic  acid)
and HEPES (4-(2-hydroxyethyl)piperazine-1-ethanesulfo-
nic acid), aminoguanidine bicarbonate 97% (AMG), bovine
serum albumin (BSA), D-(-)-fructose, and sodium azide

Oxidative Medicine and Cellular Longevity

(NaN,) were purchased from Sigma-Aldrich Srl (Milan,
Italy). Anthocyanins (cyanidin-3-glucoside, cyanidin-3,
5-diglucoside, cyanidin-3-rutinoside, and cyanidin-3-
sophoroside;delphinidin-3-glucoside and delphinidin-3,5-
diglucoside; pelargonidin-3-glucoside and pexlargonidin-
3,5-diglucoside; peonidin-3-glucoside; and malvidin-3-glu-
coside) and flavanones (hesperidin, narirutin, and didymin)
were purchased from Extrasynthése (Genay, France).
OmniMMP fluorescent substrate Mca-Pro-Leu-Gly-Leu-
Dpa-Ala-Arg-NH,, MMP-9 (refolded) (human) (recombi-
nant) (catalytic domain) and MMP-2 (catalytic domain)
(human) (recombinant) were purchased from Vinci-
Biochem Srl (Firenze, Italy). Solvents for chromatography
were HPLC grade (Merck KGaA, Darmstadt, Germany).
All the other chemicals used in the study were of analytical
grade and were obtained commercially.

2.2. Manufacture of Spray-Dried ExMR Product. A Buchi
Mini Spray Dryer B-191 (Buchi Laboratoriums-Tecnik,
Flawil, Switzerland) was used for the drying process: inlet
temperature, 120°C; outlet temperature, 68-71°C; spray
flow feed rate, 5ml/min; nozzle diameter, 0.7 mm; drying
air flow, 5001/h; air pressure, 6 atm; and 100% aspirator.

2.3. Qualitative and Quantitative Analyses of Bioactive
Compounds in Fluid (ExF) and Spray-Dried Aqueous
Extract (ExMR)

2.3.1. Qualitative Analysis. Anthocyanin Purification and
HPLC-PDA-ESI/MSn Analysis of Anthocyanins. The extracts
were diluted in water for HPLC analysis of anthocyanins.
Aqueous extracts were loaded onto C18 Bond Elut SPE car-
tridges (Varian Inc., Palo Alto, CA, USA) that were previ-
ously conditioned with methanol and pure water. The
anthocyanins were adsorbed by these cartridges while other
soluble compounds such as sugars and acids were removed
by washing the columns with pure water. Anthocyanins were
eluted with methanol containing 1% formic acid. The acidi-
fied methanol solutions were evaporated to dryness; then,
the dried fractions were redissolved in 7% aqueous formic
acid. Then, the samples were filtered through a 0.45 ym
membrane filter (Albet, Barcelona, Spain) and injected
into the HPLC-MS" chromatographic system to identify
the individual anthocyanins.

Evaluation of anthocyanins was performed on a Chromo-
lith Performance RP-18 endcapped column (100 x 3.0 mm
id.,, monolithic particle size; Merck KGaA, Darmstadt,
Germany) using an ultrafast HPLC system coupled to a
photodiode array (PDA) detector and Finnigan LXQ ion
trap equipped with an electrospray ionization (ESI) inter-
face in series configuration (Thermo Electron, San Jose,
CA, USA). HPLC conditions and MS parameters were
reported as the same in a previous work [20]. Anthocya-
nins were identified by using their retention time (tR),
MS, and MS" spectral data in a positive ion mode. In
addition, comparison of the MS spectral data with those
of pure standards and/or those reported in literature was
performed. The relative compositions (%) of the individual
anthocyanins were calculated from the peak areas of the
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chromatogram detected at 520 nm, using Xcalibur versus
2.0.7 software (Thermo Electron).

HPLC-PDA-ESI/MSn Analysis of Flavanones. Flava-
none glycosides, expressed as hesperidin (Hd) equivalents
(g/100 g of extract), were determined by HPLC [21] using
the HPLC-PDA-ESI/MS" equipment described above. A
sample of the extract was dissolved in dimethyl sulfoxide
and diluted with the mobile phase, filtered through a
0.45 ym membrane filter (Albet, Barcelona, Spain), and then
injected directly into the column. The eluent was water : ace-
tonitrile: acetic acid (79.5:20:0.5), and the flow rate was
800 wl/min. The individual flavanones were detected at
280nm. MS parameters were the same as those described
for anthocyanin analysis. Flavanones were identified by using
their retention time (tR), MS, and MS” spectral data in a neg-
ative ion mode and also by comparison of the MS data with
those of pure standards and/or those reported in literature.

2.3.2. Quantitative Analysis. Total Polyphenol Content (TPC).
The polyphenol contents of ExF and ExXMR were determined
by the Folin-Ciocalteau method according to Aiyegoro and
Okoh [22], with slight modifications. 2mg/ml of both
extracts was dissolved in distilled water. Then, 2.5ml of
10% Folin-Ciocalteau reagent and 2 ml of Na,CO; (2% w/v)
were added to 0.5ml of each samples. The resulting mix-
tures were incubated at 45°C with shaking for 15min.
The absorbance of the samples was measured at 765nm
using UV/visible light. The standard curve (y=4.292
-0.0293x; R*=0.9951) was prepared by 0, 0.05, 0.1, 0.15,
0.2, and 0.25mg-ml ™" solutions of gallic acid in water. TPC
values are expressed as milligram of gallic acid equivalents
(GAE)/g of extract.

Total Monomeric Anthocyanin (TMA) Content. TMA
content was assayed by the pH differential method [23]
by using a UV/Vis spectrophotometer (Varian Cary 100
Scan, Palo Alto, CA, USA). Total anthocyanin content
was expressed as g of cyanidin-3-glucoside equivalents
(C3G)/100g of extract on a dry weight (DW) basis.

2.4. Solubility Studies

2.4.1. ExMR Solubility. Solubility test of dried ExXMR was
performed in distilled water (3.0+£0.2g/l) and in gastric
(GF; pH1.2) (3.5+£0.1g/l) and intestinal (IF; pH7.5) (3.8
+0.2g/l) simulated fluids, without enzymes (USP 37) by
UV/Vis spectrometry at A =310 nm and expressed as hesper-
idin equivalents (Hd). Each analysis was made in triplicate.

2.4.2. Phase Solubility. 2.5x 10° mol of ExMR, expressed as
Hd, was suspended in 100 ml of water. Different amounts
[24] of CD (1:3, 1:2, 1:1.5, 1:1, and 2:1 ExMR/CD
molar ratio) were added. The samples were shaken, stored
at 25°C for 1 hour, and then centrifuged (5min at
3000 rpm). The supernatants were analyzed in UV apparatus
(1cm cell; A =278 nm).

2.5. Microparticle Preparation. ExMR was suspended
(3:1 polymer : extract weight ratio) in 1% or 2% (w/v) ALG
aqueous solution, under magnetic stirring [25], to give the
ExMRI (1% ALG) and ExMR2 (2% ALG) microsystems. In

the second step, CD (1:1 CD:ExMR molar ratio) was dis-
solved in 2% w/v ALG water solution (3:1 ALG:ExMR
weight ratio), to obtain ALGCDExMR microparticles.
ALG-free microparticles (CDExMR) were used as control.
The spray drying conditions were reported as the same
in ExXMR preparation. All the spray-dried microparticles
were carried out in triplicate, collected, and stored under
vacuum (48h at room temperature).

2.6. Microparticle Properties and Characterization

2.6.1. Particle Size Analyses. Isopropanol was used as a sus-
pending agent for all samples. A Beckman Counter LS 230,
Particle Volume Module Plus, UK (instrument obscuration:
8-12%), was used to examine the particle size in triplicate
applying the Fraunhofer model. The results were expressed
as the median diameter of the particles (d50).

2.6.2. Morphology. The microphotographs of the morphology
of all samples were acquired by a confocal (Leica TCS SP2,
CF) and a fluorescent microscope (Zeiss Axiophot, FM).

All images were equipped with 63x1.4 NA plan
apochromat oil immersion objectives (Carl Zeiss Vision,
Miinchen-Hallbergmoos, Germany) and standard DAPI
(4',6-diamidino-2-phenylindole) optics that adsorb violet
radiation (max 372nm) and emit blue fluorescence
(max 456 nm).

2.6.3. Yield of the Process (Y), Encapsulation Efficiency
(EE), and Extract Content in Microsystems. Y was gravimet-
rically determined and expressed as the weight percentage
of the final product compared to the total amount of the
sprayed materials.

EE was calculated according to Sansone et al. [10].

actual extract content

EE (%) (1)

~ theoretical extract content

The actual extract content was calculated as Hd concen-
tration used as a marker and determined in the supernatant
solutions of 15mg of microsystems dissolved in MeOH
(15ml; sonicated for 5min, centrifuged for 10min at
300 rpm) by HPLC Agilent equipment (Agilent 1100 series
system; model G-1312 pump; Rheodyne Model G-1322A
loop (20 pl); DAD G-1315 detector; 150x3.9mm id.
C18 p-Bondapack column). The flow rate is 1.0 ml-min~".
The following are the mobile phases: water (solvent A)
and methanol (solvent B). The elution gradient was shown
as follows: 0 — 5min (15— 30%) B, 5— 10 min (30 — 35%)
B, 10 » 20 min (35—50%) B, 20 — 30 min (50 — 75%) B,
30 — 35min (75— 95%) B, and 35— 40min (100%) B. A
DAD detector was set at A =283 nm. Hd reference standard
solutions were prepared at five concentration levels in the
range 1-40 pg/ml. Linear least squares regression equation
was derived from the peak area corresponding to Hd
(y=1798.3x-54.938, R=0.9996), where y is the peak area
and x the used concentration.

2.6.4. Differential Scanning Calorimetry (DSC) and Fourier-
Transform Infrared Spectroscopy (FTIR). DSC. An indium-
calibrated Mettler Toledo DSC822e (OH, USA) was used



exposing all the samples to two thermal cycles: a dehydration
cycle up to 130°C (heating rate of 20°C/min; temperature
maintained at 130°C for 15 min in order to remove the resid-
ual solvent); afterwards, the samples were cooled at 25°C and
heated up to 350°C (heating rate of 10°/min) [6]. The analyses
were carried out in triplicate.

FTIR. A Jasco FT-300 (Tokyo, Japan) Fourier-transform
IR spectrometer was used to analyze all samples in two steps:
first, the material was dried in a vacuum oven to reduce the
presence of water and then analyzed as KBr discs in the spec-
tral region 650-4,000 cm ™" at a resolution of 8 cm ™.

2.7. Stability Studies

2.7.1. Accelerated Stability. The stability test was per-
formed according to accelerated stability studies reported
in the ICH guidelines (International Conference on Har-
monization of Technical Requirements of Pharmaceutical
for Human Use, 2003) in a climatic and thermostatic
chamber (Mod.CCP37, AMT srl, Milan, Italy), at 40°C+
2°C/75% RH+5% RH for one week and then analyzed
by UV and HPLC in terms of extract content and TPC vari-
ation. Chromatographic peaks were identified on the basis of
the retention times and confirmed by coinjections with an
internal standard [14].

2.7.2. Functional Stability (Oxygen Radical Absorbance
Capacity: ORAC Assay). In order to determine the in vitro
antioxidant capacities of both ExF and ExMR, the ORAC
method [26] was employed. Also, a comparison between
ORAC unprocessed (ExMR) and processed extract by ICH
(ExMR ICH) was performed.

The fluorescence probe fluorescein (FL, 10 nM) was used
as a reference compound attacked from peroxyl free radicals
that are generated from APPH (100 mM) solution. In order
to calculate the area under a curve (AUC) of the tested com-
pounds (12.5 ug/ml), the reaction was following at 37°C
(pH 7.0) until a fluorescence decay of FL solution in the pres-
ence of APPH. Each measurement was repeated at least three
times, using a Wallac 1420 Victor 96-well plate reader
(PerkinElmer, USA) with a fluorescence filter (excitation
485nm, emission 520nm). The Trolox (12.5 uM) was
used as an antioxidant control.

The ORAC value refers to the net protection area under
the quenching curve of fluorescein in the presence of an anti-
oxidant. The final results (ORAC value) were calculated and
expressed in ORAC units (Trolox micromol per microgram
of sample (ymol/ug)).

K (S sample-Sblank)

ORAC value(ymol/ugram) = (STrolox_Sblank) ’

(2)

where K is a sample dilution factor and S is the area
under the fluorescence decay curve of the sample, Trolox
or blank, calculated with Origin®7 (OriginLab Corporation,
Northampton, USA).

2.8. In Vitro Dissolution/Release Tests. ExXMR (100 mg, sink
conditions) or produced formulation corresponding to the
same amount of pure dried extract was carried out under sink
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conditions (corresponding to about) in water using a
SOTAX AT smart apparatus (Basel, CH), on a line with
a spectrophotometer at A=310 (UV/Vis spectrometer
Lambda 25, PerkinElmer Instruments, MA, USA), and USP
37 dissolution test apparatus n.2: paddle, 100 rpm at 37°C.
All the dissolution/release tests were made in triplicate; only
the mean values are reported in a graph (standard
deviations < 5%).

2.9. Antioxidant Efficiency. To determine the antioxidant effi-
ciency of formulated and unformulated samples, a modified
ORAC assay was used [6]. Briefly, both 25 pul extracts of all
samples were placed in 96-well tissue culture plates. 100 ul
FL (10 nM) solution was added to each well to initiate the
assay. Then, 25 yul AAPH (100 mM) solution was added to
all wells, except for the negative control, to which 25 ul phos-
phate buffer solution was added. A FL solution without
AAPH was used as negative control. A timer was started
upon introduction of the free radical generator, and the plate
was stored in the dark at 37°C. Unlike the previous method
(reported in paragraph 2.7.2.), at each specified time point,
the fluorescence of the solution was measured (excitation
492 nm, emission 535nm) and plotted as a function of
time [27, 28], using Origin7 (OriginLab Corporation,
Northampton, USA). The y-axis graphs in Figure 1 were
split from 6000 to 10000 RFU.

2.10. Antiglycation Activity. According to the method of
Derbré et al. [29] with slight modifications, we evaluated
the inhibition of fluorescence produced by AGE formation
through Maillard reaction. Briefly, as optimum AGE for-
mation, the protein model bovine serum albumin (BSA)
(10mg/ml) was incubated with D-fructose (0.5M) in
phosphate buffer 50mM pH7.4 (NaN; 0.02%) to obtain
positive controls. BSA alone was the negative control corre-
sponding to no fluorescence AGE formation. The aminogua-
nidine (AMG) (400 pg/ml) was used as reference compounds
for its AGE inhibition property [30]. The final glycated BSA
solutions (300 uL) alone and with the sample (400 pg/mL)
were incubated at 37°C in a 96-well microtiter closed with
their silicon lids for 7 days. The AGE fluorescence mea-
surement (Aexc 370 nm; Aem 440nm) is performed using
a VICTOR Wallac 1420 Multilabel Counter fluorimeter
(PerkinElmer, USA). The results are reported in relative
fluorescence units (RFU), and the percentage of inhibition
with respect to the positive control (BSA with fructose) is
calculated from the following equation:

RFU sample(nm) 100
RFU-positive control(nm) '

(3)

2.11. Inhibitory Activity on MMP-2 and MMP-9. The MMP
inhibition assay of unformulated and formulated ExMR
was based on the inhibition of the hydrolysis of the
fluorescence-quenched peptide substrate Mca-Pro-Leu-Gly-
Leu-Dpa-Ala-Arg-NH, (Vinci-Biochem Srl). The assay was
performed according to Crasci et al. [31]. The results were
plotted with Origin7 (Originlab Corporation, Northampton,

% of inhibition = {1 -
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USA) software and are expressed as concentration of inhibi-
tors that reduced of 50% the MMPs activity (ICs).

3. Results and Discussion

3.1. Characterization and Stability of Unprocessed (ExF) and
Processed (ExMR) Extracts. Both the extracts (ExF and
ExMR) were analyzed by HPLC-MS and showed four major
eluted constituents (Tables 1 and 2), two anthocyanins,
cyanidin 3-(6"-malonyl) glucoside (CMG, t; 18.9 min) and
cyanidin 3-glucoside (C3G, t; 15.2 min) and two O-glycosyl-
ated flavonoids, hesperidin (Hd, t; 18.5min) and narirutin
(Nr, tg 13.5min) (Figure 2).

In agreement with previous data reported in literature
[32, 33], the major component Hd was chosen as marker
[6]. Both Hd and C3G, as bioflavonoid and anthocyanin
markers, respectively, were used as comparison compounds
to determine the bioactive content in MMP studies.

The analytic data of ExF showed that the TPC (Table 3)
and TMA values were equal to 35% and 40% of the
spray-dried ExMR extract, respectively. In fact, in ExF,
the levels of TPC (mg gallic acid/g extract) and TMA
(%) were 12.0+0.18 mg/g and 0.322+0.02%, respectively.
The antioxidant activity (Table 3) expressed in ORAC
units (AOA) was 1.9+0.8 ORAC units. The evaluation
of the extract properties is essential to obtain spray-
dried powders with optimized physicochemical and
biological properties.

3.2. Spray Drying Process. EXF has been spray dried to
obtain a powder extract which can be easily handled.
The spray drying technique is the most commonly used

in food and nutrapharmaceutical industries [34]. It is a
crucial step that can affect the extract stability [35] and
plays an important role in determining the properties
and cost of dried products [36]. On this consideration, it
is interesting to note that the selected spray dryer condi-
tions were able to obtain a product yield equal to 60%
and without loss of AOA activity (2.6+0.3 ORAC units).
Furthermore, the TPC and TMA values (33.5+0.21 mg/g
and 0.814+0.1%, resp.) were higher than that of ExF.
These results are probably due to the spray drying param-
eters such as the inlet temperature (120°C) which were
optimized in order to protect and reduce the loss of poly-
phenols because of degradation [25].

3.3. Solubility Studies. EXMR has a slight water solubility
(3.0+0.1mg/l) at room temperature that was notably
affected by the presence of CD used as enhancer of disso-
lution rate, limiting factor of in vivo bioavailability.

The amount of CD required to increase a sample bio-
availability can be evaluated by the phase solubility studies
and can affect the various processes occurring during the
delivery in the gastrointestinal (GI) environment [37].

The phase solubility (Figure 3) showed a Bs-type profile
[24]. CD is capable to enhance the ExXMR solubility with
a linear increase below the 1:2 ExMR/CD molar ratio.
The ascending portion indicates a 1:1 stoichiometry com-
plex; at higher CD concentrations appears a short plateau
indicating the formation of an insoluble or with a different
stoichiometry complex in the solution. For this reason,
conventionally, we assumed a 1:1 ExMR molar ratio
to obtain an improvement of water solubility (from 3.0+
0.1mg/l to 6.0+0.5mg/l) and an enhancement of the
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TaBLE 1: Total anthocyanin content of ExXMR and ExF and relative percentage of individual anthocyanins.

Relative compositionb (%)

Peak number® tr (min) (M)" (m/z) MS" (m/z) Anthocyanins ExMR ExF

1 13.9 611 449/287 Cyanidin 3,5-diglucoside 1.31+£0.01 1.72+£0.08

2 14.2 465 303 Delphinidin 3-glucoside 2.65+0.02 2.96+0.13

3 14.5 611 287 Cyanidin 3-sophoroside 0.51£0.01 0.16 £0.02

4 15.2 449 287 Cyanidin 3-glucoside 39.87+£0.17 31.80+0.06
5 15.9 595 287 Cyanidin 3-rutinoside 1.34+0.24 0.43+0.10

6 16.8 479 317 Petunidin 3-glucoside 1.55+0.02 1.53+0.02

7 17.5 551 465/303 Delphinidin 3-(6"-malonyl)glucoside 1.53+£0.01 0.67 £0.08

8 17.9 463 301 Peonidin 3-glucoside 2.88+0.03 2.90+0.03

9 182 565 479/317 Petunidin 3-(6"-malonyl)glucoside 1.48 £0.01 0.58 +0.05

10 18.9 535 449/287 Cyanidin 3-(6"-malonyl)glucoside 21.73+0.10 36.40 +0.05
11 19.9 593 449/287 Cyanidin 3-(6"-dioxalyl)glucoside 5.91+0.03 8.02+0.05

12 204 — 271 Pelargonidin derivative 1.23+0.01 5.55+0.03

13 21.7 549 463/301 peonidin 3-(6"-malonyl)glucoside 13.84£0.11 5.81+0.12

14 222 — 287 Cyanidin derivative 2.35£0.03 1.01+0.12

15 23.3 — 301 Peonidin derivative 1.82£0.02 0.46 +£0.08

Total anthocyanins (g C3G/100 g extract)® 0.81+0.01 0.32+0.02

*The numbering is according to Figures 2(a) and 2(b). "Relative percentage of anthocyanins was based on HPLC peak areas recorded at 520 nm. “Anthocyanins

are expressed as cyanidin 3-glucoside equivalents.

TaBLE 2: Concentration of individual flavanones and total flavanones in ExXMR and ExF.

Peak number® tx (min) (M-H)™ (m/z) MS” (m/z) Flavanones ExMR g Hd/100 gb ExF

1 13.5 579 271 Narirutin 5.48 £0.05 2.22+0.06
2 18.5 609 301 Hesperidin 5.73+0.02 2.35+0.11
3 59.9 593 285 Didymin 0.79+£0.01 0.33+£0.02
Total flavanones (g Hd/100 g extract)” 12.00 £0.07 490+1.13

*The numbering is according to Figures 2(c) and 2(d). ®Flavanones are expressed as hesperidin equivalents.

dissolution rate of the extract, as confirmed by the dissolu-
tion/release test.

3.4. Spray-Dried Microparticle Properties
and Characterization

3.4.1. Alginate Microparticles (ExMR1 and ExMR2). In the
first step, in order to achieve stable microsystems, ExMR
was spray dried using 1% or 2% ALG water solutions w/v
as coating polymer and 3:1 polymer: extract weight ratios.
The best formulation was in the presence of 2% of ALG
(ExMR2). The low amount (1%) of ALG in ExMRI pro-
duced microparticles with greater particle size (5+0.8 ym)
than ExMR2 (1.5+0.5 um), probably due to aggregate
formation and high moisture content [38, 39] (Figure 4(a)).
For this reason, 2% of ALG formulation (ExMR2) were
selected. The results showed that the selected parame-
ters (spray drying conditions and 2% of ALG) were
able to produce well-formed microparticles (Figure 4(b))
and to obtain a good EE (80.0%). These were due to
the ALG amount, able to reduce in solid dispersion the

molecular mobility of the bioactive compounds avoiding
the phase separation, while the spray drying parameters
were effective to lower the accumulation on the chamber
wall [24, 40-43].

The ExMR2 DSC thermogram (Figure 5) did not show
any extract peak, confirming its complete encapsulation,
such as that supported by FTIR analysis. Moreover, ALG
shows high decomposition temperature. In fact, the ALG
thermogram exhibits a first endothermic peak at 100°C
(correlated to the release of water) and an exothermic
peak at 250°C, due to pyrolysis reaction in the polymer
[44]. Since, some food manufacturing processes, especially
baked good production, required high cooking tempera-
ture (150°-200°C) [45]. The ALG thermal behavior of the
produced formulation could be suitable to protect the
loaded active ingredient also to prevent the premature
crystallization of the sugars [46] present in the extract.

2% ALG water solution is also able to improve the disso-
lution rate of ExMR (Figure 6). In fact, about 49% of the
extract were released from ExXMR2 in 5 min with respect to
about 16% of pure extract that dissolved at the same time.
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FiGgure 2: HPLC chromatograms of anthocyanins of EXMR (a) and ExF (b) detected at 520 nm (see Table 1). HPLC chromatograms of
flavanones of ExXMR (c) and ExF (d) detected at 280 nm (see Table 2).

TaBLE 3: Quantitative antioxidant activity (ORAC assay) and total
polyphenol content (TPC) of fluid extract (ExF), spray-dried
extract (ExMR), and spray-dried extract processed according to 5

ICH guidelines (ExMR ICH). g
Sample TPC ORAC units g ]
(mg GAE/g of extract) ~ (umol TE/ug of extract) g
ExF 12.00 +0.18 1.90 £ 0.80* g 3;
ExMR 33.50+0.21 2.60 +0.30* S,
ExMR ICH 28.80+0.60 0.70 +0.08" E
Reported values are the means+standard deviation (SD) (n=3). 14

*Significantly different at p < 0.05 compared to 1 ORAC unit of Trolox.

0 T T T T T T T ]
0 0.005 0.01 0.015 0.02 0.025 0.03 0.035 0.04

This behavior was probably due to the presence of ALG that CD concentration (M-3)
increase the extract-water interaction due to its high hydro-
philic behavior [6, 13]. Because extract-water release was
incomplete (Figure 6) (85% in 30 min), in the second step,
microparticles with enhancement of the dissolution rate were
developed in the presence of CD.

F1GURE 3: Solubility phase diagram of ExMR in the presence of
B-cyclodextrin.
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(c) (d)
F1GURE 4: Fluorescence (FM, x63 and x40) and confocal (CF) microphotographs of ExXMRI1 (a), ExXMR2 (b) CDExMR (c), and ALGCDExMR

(d) microsystems.
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Ficurek 5: Differential scanning calorimetry of pure materials (ExMR, CD, and ALG), micropowders, blank (ALGCD blank), and loading
microsystems (ExMR1, ExXMR2, CDExMR, and ALGCDExMR).

3.4.2. Alginate/Cyclodextrin Microparticles (CDExMR and (Figures 4(c) and 4(d)) with dimensions of about 0.5+ 0.02
ALGCDEXMR). The presence of CD reduces the particle size ~ and 1.0+ 0.2 um, respectively.

during the spray drying process and improves the EE (90.0- The CDExXMR thermogram shows a series of peaks from
100.0%). In fact, the micrograph of the batches CDExMRand ~ 180°C to 280°C which are superimposable with that of pure
ALGCDEXMR showed the presence of small microparticles =~ ExMR, with slight shifts. This behavior confirms that the
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FiGure 6: Dissolution/release profile of ExMR2, CDEXMR, and
ALGCDExMR in comparison with ExMR micropowder
dissolution profiles in water.

1:1 CD/ExMR molar ratio is unable to form a complex.
Instead, the shifts show that microparticle components
interact only to form —H bonds, such as confirmed by
FTIR spectroscopy (amplification of OH band at 3500 cm™';
data not shown) [47].

The —H bonds between CD and ExMR could be
responsible of the enhancement of the extract dissolution
rate. About 33.0% of the extract dissolved from CDExMR
in water after 5 minutes, with respect to about 16.0% of
pure ExMR that dissolved at same time. Moreover, when
used together, ALG and CD act synergistically enhancing
the dissolution/release of ExXMR (about 90% after 5min)
from ALGCDExMR, and all loaded doses were released

(100% in 30 min).

3.5. Accelerated and Functional Stability (ICH Guidelines)
and ORAC Test. The extract powders obtained from blood
orange processing wastes are rich in polyphenols, easily
subject to oxidation/degradation phenomena. This behavior
is a critical point for their use in food or pharmaceutical field
[48]. To examine the shelf life, the antioxidant efficiency and
the effect of the ALG and CD polymers, and the microencap-
sulation processes on the stability of the extract in storage
conditions, the “real-time” stability was reproduced accord-
ing to ICH guidelines in a climatic chamber and in a brief
time period in extreme conditions. The functional stability
of ICH extract was performed by the ORAC assay.

After one week at 40°C, an increase in ExMR weight,
determined by the gravimetric method, was observed
(28.0%). This is probably due to its hygroscopicity. The
quantitative ORAC and TPC also showed a significant
decrease in the EXMR AOA (from 2.6 to 0.7 ORAC units)
and TPC (about 12.0%) (Table 3). Moreover, while CDExMR

Relative fluorescence
units (RFU) (nm)

CD

<
%)
M

BSA with fructose
AMG

ExMR

C3G

Hd

ALG

ExMR2
ALG/CD/ExMR

FIGURE 7: Antiglycation effect of unformulated and formulated
extracts, Hd and C3G, major biopolyphenol compounds, in
comparison with AMG assay standard control. Results are
means +SD. Significantly different at *p<0.05 or "p<0.01
compared with positive control (BSA with fructose).

values slightly decreased (about 5.0%), ExXMR2 and ALGC-
DExMR remained quite unaltered, showing that this signifi-
cant result in terms of stability (<1%) is due to ALG that is
able to enhance ExMR shelf life.

The decrease of ExMR data was probably due to thermal
degradation of few polyphenols contained in citrus extract.
In fact, literature data report that anthocyanins in blood
orange juice presented high-rate constant of degradation in
the range 30°-90°C [49] with 69% losses after 90° for
120 min [50]. Instead, for flavanones such as hesperidin, no
significant decrease was noticed in the range 70-90°C after
240 min [51]. In fact, it was demonstrated that glycosidic
flavonoids are more resistant than aglycone flavonoids to
heat treatments [52].

3.6. Antioxidant Efficiency. The ORAC assay has been
performed in order to evaluate the qualitative antioxidant
efficiency of the best formulation, untreated and treated
according to ICH. The data (Figure 1) showed that at 4 hours,
ALG and CD slightly improve the ExMR antioxidant effi-
ciency with respect to the unformulated extract, with a
major effect for CD polymer. On the contrary, at 6 hours,
ExMR and all the formulations without CD (ExMR2 and
ExMR ICH) had lost their antioxidant efficiency. Indeed,
ALG/CD/ExMR and ALG/CD/ExMR ICH maintain and
prolong the extract activity only with a slow further spon-
taneous decomposition of fluorescein. These results suggest
that the presence of CD in the microsystems preserved the
antioxidant efficiency of the extract for a longer time and
enhanced the stability of the extract.

3.7. Antiglycation Activity. The amount of AGEs is elevated
during hyperglycemic and/or oxidative stress conditions
[53]. This process induces irreversibly fluorescent macro-
protein derivative formation, termed AGEs, via Maillard
reaction [54]. Considering that a diet rich in natural anti-
oxidant compounds protect against protein glycation [18],
we evaluated the inhibitory effect of both unformulated
and formulated extracts on fluorescent AGE formation.
The results (Figure 7) showed a good ExMR capability to
inhibit AGEs, reducing the max fluorescent value of positive
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TaBLE 4: Inhibitory activity on MMP-2 and MMP-9.
Compounds IC;y MMP-2 (ug/ml)  IC;y MMP-9 (ug/ml)
ExMR 1.12+0.12 5.52+0.72
ALG n.a. n.a.
CD 4.03+0.35" 2.98+0.31*
Hd n.a. n.a.
C3G 10.57 +1.35" 7.27 +1.05
ExMR2 449 +0.85" 4.27 +0.46*
ALGCDExXMR 0.49+0.09" 1.40+0.19"

na.=not active (IC;,>100 pg/ml). Reported values are the means+
standard deviation (SD) (n=3). *p<0.05 compared to ExMR value.
"p<0.01 compared to ExMR value.

control (BSA with fructose) from 13,254 nm to 8338 nm. This
value corresponded to 37.0% of inhibition, and the observed
effect is superimposable to that of the AMG assay standard
(40.0% of inhibition). Also, in order to determine which rep-
resentative compounds influence the most the antiglycation
effect, the ExMR activity was compared with those of C3G
and Hd, the selected representative standard compounds.
Both samples are able to inhibit AGE formation, showing
a fluorescence of 8798nm and 11,249nm, respectively,
corresponding to 36.3% and 15.2% of inhibition. This
demonstrates that the ExMR activity is due to a synergic
effect of both polyphenol class compounds (bioflavonoids
and anthocyanins). Moreover, to evaluate the polymer effect,
ExMR2 and ALGCDExMR were also tested. The major
activity of formulation was found in ALGCDExMR with
a fluorescence value of 4335nm, corresponding to 69.2%
of inhibition, followed by ExXMR2 with a fluorescence value
of 8040 nm, corresponding to 39.3% of inhibition. The results
underline that all the formulations tested showed an AGE
direct inhibition, indicating that both CD and ALG poly-
mers are able to protect the extract from degradation
and oxidation phenomena.

3.8. Inhibitory Activity on MMP-2 and MMP-9. AGE
accumulation has a role in the increase of different metallo-
proteinase expression [18]. Because many polyphenol com-
pounds inhibit both collagenase and gelatinase activities
[55, 56], we evaluated the inhibition ability of the tested
samples on MMP-2 and MMP-9.

The results reported in Table 4, expressed as the con-
centration value (ug/ml) of potential inhibitor that reduces
of 50% the MMP activity (IC,,), showed that ExXMR pos-
sesses a high capability to inhibit both MMP-2 and
MMP-9. This could be due to the anthocyanin content.
In fact, the representative flavonoid Hd is not active, while
the anthocyanin C3G has an IC, value of 10.57 + 1.35 pg/ml
and 7.27 +1.05 pg/ml on MMP-2 and MMP-9, respectively.

In order to evaluate if the formulation can influence the
activity of the pure extract, the inhibitory activity of formu-
lated extract (ExMR2 and ALGCDExMR) and pure materials
(ExMR, ALG and CD) were assayed. We observed that the
presence of ALG in ExMR2 reduced the inhibition activity
on MMP-2 (4.49+0.85 ug/ml), but improved the activity
on MMP-9 (4.27+0.46 ug/ml), while the presence of CD
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in ALGCDExMR improved the inhibitory effect on both
MMPs (0.49+0.09 pg/ml and 140+0.19 pg/ml on
MMP-2 and MMP-9, resp.) with respect to pure ExMR
(1.12+0.12 pg/ml and 5.52+0.72 pg/ml, resp.). This could
be explained with a high inhibition effect of CD on MMP-2
(4.03£0.35 ug/ml) and MMP-9 (2.98 +0.31 ug/ml), proba-
bly due to the presence of free hydroxyl groups that support
the hydrogen bond with the enzyme-active site [57].

4. Conclusions

An easily spray-dried handle antioxidant extract (ExMR) was
produced to formulate dietary supplements for human health
as well-formed and stable microparticles of ALG and CD also
to make it suitable to be added in baked goods as bioactive
food ingredients. The bioactivity on dysmetabolic disease
was due to extract polyphenol compounds. In fact, anthocy-
anins and bioflavonoids both resulted responsible for the
dried extract in vitro AGE inhibition activity, while only the
anthocyanin content was effective with respect to in vitro
MMP inhibition. Also, CD and ALG polymers were able to
improve these activities. On one hand, CD improved the
MMP inhibitory activity of the extract presumably because
of the presence of free hydroxyl groups that support the
hydrogen bond with the enzyme-active site; on the other
hand, CD acted synergistically with ALG enhancing the dis-
solution/release of ExMR and improving the in vitro AGE
direct inhibition of extract, also protecting it from degrada-
tion and oxidation phenomena. Furthermore, CD preserved
the extract antioxidant efficiency and stability, while the
choice of 2% of ALG as coated polymer (3:1 ALG/ExMR
weight ratio) was effective to improve the extract wettability
and its shelf life.

This research represents an advantageous way to re-
evaluate a blood orange citrus by-products of the Sicilian
industry and to develop human dietary supplement which
also acts to be added as “bioactive food ingredients” in func-
tional foods like baked goods.
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Introduction. Effects of white wine and the role of wine polyphenols on weight gain in rats of different age were examined in
the 4-week-voluntary-consumption trial. Methods and Materials. Biochemically characterized standard (low polyphenols, W)
and macerated (high polyphenolic content, PW) white wines were compared. One- and three-month-old Sprague-Dawley
male rats (n=78) were used. Each age group was subdivided into water-only-drinking controls (C), W, and PW-drinking
animals. Daily wine and total liquid consumption, food intake, and body weight were measured, and energy intake and
feed efficiency index were calculated. Results. In both age categories, wine-drinking animals consumed less food and gained less
weight in comparison to C (181+2, 179+6, and 201+5 in younger animals and 32+5, 28 +6, and 47+4 grams in older
animals, resp.), regardless of wine type. Total energy intake was the lowest in PW-drinking animals. Conclusion. Wine-drinking
animals gained less weight in comparison to C, regardless of the wines” polyphenol content. Although our results are indicative
of the major role of nonphenolic constituents of the wines (probably ethanol), the modifying role of wine phenolics on weight

gain cannot be excluded as the group consuming PW had lower total energy intake than other groups.

1. Introduction

Despite large epidemiological evidence, it is still controversial
whether alcohol intake represents a risk factor for weight
gain and obesity.

Based on recent reviews of epidemiological studies
regarding the effect of alcohol consumption on body weight,
it seems that only heavy drinking is positively related with
weight gain [1, 2]. Also, it appears that the type of alcoholic
beverage is an important element in modifying the effect
of alcohol consumption on weight gain with wine being
regarded as an alcoholic beverage with more favourable
effects [3]. Several animal studies, conducted under con-
trolled experimental conditions, found that red wine intake
did not cause an increase in body weight, compared to the
water-only-drinking rats [4, 5]. Advantageous effects of wine

were largely attributed to different biological actions of wine
polyphenols. Among these, reduced appetite and/or nutrient
absorption, promotion of energy expenditure, or prevention
of energy storage have been proposed as potential mecha-
nisms by which wine phenolics may contribute to the
antiobesity effects of wine [6].

Because of much higher concentrations of wine polyphe-
nols being found in red than in white wine, practically all
studies examining effects of wine consumption on body
weight have been conducted using red wine. In order to
examine effects of white wine and the role of wine polyphe-
nols on the weight gain in rats, we compared effects of white
wines with low and high phenolic content in the 4-week-
consumption trial.

Since it was observed that some differences in the impact
of alcohol on body weight may be related to age [7], we
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Standard white
wine (Wy)
N=13

Younger rats (y): Polyphenol-rich white

one month old wine (PWy)
140-180 g N=13
Water-only-drinking
controls (Cy)
I 1st week 2nd week 3rd week 4th week
Sprague-Dawley rats T T T T T T
Standard white (i) Wine and water daily intake (mL)
wine (Wo) (ii) Total daily liquid intake (mL)
N=9 (iii) Weekly and total food intake (g)
(iv) Relative weekly and cumulative
weight gain
Older rats (0): Polyphenol-rich white ((final-initial)/initial body weight, %)
three months old wine (PWo) (v) Body weight gain (g)
400-500 g N=13 (vi) Total energy intake (food + wine, kJ)

(vii) Feed efficiency (g of body weight

R gained/k] of consumed energy)

controls (Co)
N=15

F1GURE 1: Methodological diagram of the sample, interventions, and main outcomes. W, standard white wine; PW, polyphenol-rich white

wine; C, water-only-drinking control animals; y, younger animals; o, older animals.

studied two groups of animals, younger rats in the phase of
fast growth and development and older animals that were
close to reaching their body weight plateau.

2. Materials and Methods

2.1. Animals and Diets. With respect to the initial body
mass and age, two groups of the Sprague-Dawley male rats
were used: the younger group (fast-growing animals), one-
month-old rats weighing 140-180g, and the older group
(slow-growing animals), approximately 3-month-old rats
weighing 400-500 g. Both age groups were further divided
into wine-drinking animals and water-only-drinking con-
trols. The wine-drinking animals were offered a standard
white wine or polyphenol-rich white wine ad libitum, 24
hours/day for 4 weeks with daily inclusion of tap water for
6 hours. Controls, water-only-drinking animals, were offered
tap water without restrictions. Each age group of animals was
finally divided into 3 subgroups: water-only-drinking con-
trols (C), standard white wine (W), and polyphenol-rich
white wine (PW)-drinking animals (Figure 1). The exclusion
criterion for the wine-drinking animals was daily wine intake
of less than 7 mL. The fresh beverages were supplied daily in
small pet containers with a leak proof nozzle (Ferplast Small
Pet Sippy Water Bottle, Castelgomberto, Italy). Fluid intake
was recorded daily. The animals were fed a standard pellet
diet (Mucedola S.R.L., Settimo Milanese, Milan, Italy) with
caloric value of 16.54k]/g ad libitum. Body weight and food
intake were measured weekly using Grundig KW 4060
Digital Scale (weight range 5kg). The animals were kept
in individual cages under standard temperature and light

conditions (22-25°C, 12h light/dark cycle). All proce-
dures and experimental protocols were in accordance to
European Convention on Animal Protection and Guidelines
on Research Animal Use and were approved by the Ethics
Committee of the School of Medicine University of Split
and by the Ethics Committee of the Ministry of Agriculture
of the Republic of Croatia.

2.2. Wines. The standard white wine used was Grasevina,
2015, Krauthaker winery, Croatia. Polyphenol-rich white
wine was obtained from the same grape variety within the
same vineyard and harvest year by using the traditional
Georgian wine production principles. It means that grape
juice was first allowed spontaneous fermentation in contact
with the hard parts of the grape. Following fermentation,
without removing grape seeds and skins, the tanks were air-
tight sealed at a constant temperature for 120 days. It resulted
in production of white wine with orange or amber hue that
was high in phenolic content, similar to red wines [8].

2.3. Biochemical Analysis of the Wines. The total pheno-
lics and their flavonoid and nonflavonoid subgroup con-
tents were measured spectrophotometrically. The total
phenolic content of the samples was determined by the
Folin-Ciocalteu method, and the results were expressed as
milligrams of gallic acid equivalents (GAE) per liter. Nonfla-
vonoid compounds were determined by the same method
after flavonoid precipitation with formaldehyde, and the
flavonoid content was calculated as the difference between
total phenolic and nonflavonoid content. Absorbencies were
monitored by UV-Vis spectrophotometer (Specord 200,
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TaBLE 1: Caloric value, ethanol, and phenolic content of the tested white wines.

Ethanol content Caloric value Total phenolics Flavonoids Nonflavonoids
vol % (g/L) kJ/mL mg GAE/L mg GAE/L mg GAE/L
Standard wine 13.0 (102.3) 3.04 305+ 3* 3* 302+2
Polyphenol-rich wine 13.3 (105) 3.12 2850 + 35 2477 373+3

Caloric value of tested wines is calculated as the product of ethanol concentration and caloric value of alcohol (29.7 k]/g). Data on phenolic content are averages
of at least three independent measurements and are shown as mean + SD. Concentration of flavonoids is calculated as the difference between mean
concentration of total phenolics and nonflavonoids and is expressed without SD; GAE: gallic acid equivalents; *P < 0.05, Student’s -test.

TaBLE 2: Concentrations of selected phenolic compounds in tested white wines.

Gallic acid (+)-catechin (—)-epicatechin Procyanidin B1 Total resveratrol
mg/L mg/L mg/L mg/L mg/L
Standard wine 1.45+0.07 1.55+0.07 1.25+0.21 0.85+0.07 0.30
Polyphenol-rich wine 34.75+0.49 109.60 +£0.28 67.65+1.34 77.55+0.49 2.30

Data are averages of two independent samples and are shown as mean + SD values.

Analytik Jena Inc., Jena, Germany), equipped with a six-cell
holder and a thermostatically controlled bath. A more
detailed description of the above-mentioned methods has
been previously published [9].

Individual polyphenols were identified and quantified by
an Agilent HPLC system (type RRLC; Agilent Technologies,
Santa Clara, CA) using a ZORBAX SB-C18 analytical column
(15x2.1 mm, 1.8 um). Phenolic compounds were identified
by their retention times. Quantification was carried out by
comparison with external standard calibration curves. Each
sample was injected twice into the chromatographic system.
A detailed description of the method has been published
previously [10]. All analytical-grade chemicals and reagents
were obtained from Sigma Aldrich (St. Louis, MO).

2.4. Statistical Analysis. The sample size was determined
using the program G*Power 3.1 (G*Power, Dusseldorf,
Germany). Results were expressed as means+SEM. Data
were compared by one-way ANOVA and post hoc Student
t-test, using SPSS (version 24) software. The level of signifi-
cance was set at P < 0.05.

3. Results

Results of the biochemical analysis of the wines including
their caloric value, ethanol and phenolic content, and con-
centrations of selected individual phenolic compounds are
presented in Tables 1 and 2.

Initial body weight among animal groups in both age
categories was comparable at the beginning of the treatment.
On average, younger animals in three experimental groups
weighted 164+4g (standard white wine, W), 155+3g
(polyphenol-rich white wine, PW), and 147+3g (water-
only-drinking animals, C), whereas weights in correspond-
ing groups in older animals were 453 +10¢g, 439+9g, and
417 £ 6 g, respectively.

Expectedly, the rate and the extent of the weight gain in
the younger animals were higher than those in the older
animals. However, in both age categories, wine-drinking
animals generally gained less weight both at weekly and

cumulative basis in comparison to control, water-only-
drinking animals (Figure 2). In the younger animals, mean
body weight gain after 4 weeks of treatment was 181+2g,
179+6g, and 201+5g in W, PW, and C, respectively. In
contrast to the water-only-drinking controls, there was no
difference in weight gain between the wine-drinking animals
(P=0.024 for younger W versus C, P=0.020 for younger
PW versus C, and P=0.999 for younger W versus PW,
Figure 3(a)). In the older animals, at the same time point,
total weight gain was 32 £ 5g,28 + 6 g, and 47 + 4 g for groups
W, PW, and C, respectively. Again, there was no differ-
ence in weight gain between the animals drinking either
wine (P =0.037 for older W versus C, P=0.029 for older
PW versus C, and 0.989 for older W versus PW, Figure 3(b)).

All wine-drinking animals consumed less food at weekly
and cumulative basis in comparison to controls, as follows:
154+2 (W), 143 £4 (PW), and 176 £ 4 (C) g/week for youn-
ger animals and 163 +4 (W), 149 +4 (PW), and 178 + 10 (C)
g/week for older animals. Data on total food intake after 4
weeks of consumption trial are shown in Figure 4 for both
younger and older animals. Following the pattern of weekly
food intake, the wine-drinking animals did not significantly
differ in their total food intake after 4 weeks regardless of
the wine type (P =0.004 for younger W versus C, P < 0.001
for younger PW versus C, and P = 0.071 for younger W ver-
sus PW; P =0.026 for older W versus C, P <0.001 for older
PW versus C, and P =0.079 for older W versus PW).

As to daily wine and total liquid intake, W, PW, and C
groups ingested similar amounts regardless of the animals’
age. Total energy intake (TEI) was calculated as the sum of
energetic density of both food and wine, if applicable, in all
animal groups after 4 weeks of follow-up. Total energy intake
was somewhat lower in younger and older PW groups
relative to all other experimental groups.

To assess the amount of body weight gained per kilojoule
of consumed energy, we calculated feed efficiency (FE) as the
ratio of these two parameters. In general, younger animals
had higher FE than older animals as they gained more grams
of body weight per kilojoule of consumed energy. However,
feed efficiency did not differ between the animals of the same
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FIGURE 2: Relative body weight gain in younger (a) and older (b) rats drinking standard (W) or polyphenol-rich (PW) white wine and
water-only-drinking controls (C) during 4 weeks. Relative weight gain is expressed as a percentage of initial weight. Final weight gain
after 4 weeks is approximately 10 times higher in younger (y) animals than in older (o) ones, so ordinate scales are not matching. *P < 0.05 for
water-only-drinking group (C) versus wine-drinking groups (W and PW).
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F1GURE 3: Body weight gain in younger (A) and older (B) rats drinking standard (W) or polyphenol-rich (PW) white wine and water only (C),
after 4 weeks. Body weight gain is approximately 4 times higher in younger (y) animals in comparison to older (o) ones, so ordinate scales are
not the same. Different letters indicate significant difference between groups (P < 0.05).

age regardless of the consumed beverage type. Summarized
data on daily wine and total liquid intake, total energy intake,
and feed efficiency are presented in Table 3.

4. Discussion

One of the key findings of our study is a significant associa-
tion between white wine consumption and lower body
weight gain in rats relative to water-only-drinking animals.
This is largely in accordance with several other studies that
reported similar results in rats and mice following ethanol
and red wine consumption [4, 5, 11, 12]. Furthermore, for
the first time, we showed that this holds true in both fast-

growing younger animals and mature animals which were
close to their body weight plateau. As a general rule, wine
consumption was associated with decreased food intake in
both age categories implying that additional calories pro-
vided by wine partially compensate for calories from other
foodstuff (Figure 4).

Since no difference was observed between effects of
standard and polyphenol-rich white wine on body weight
gain and food intake, it appears that wine phenolics are of
secondary importance relative to the other constituents of
wine, ethanol being the most likely candidate. Namely, this
would be in line with Monteiro et al.’s study showing that
both red wine- and ethanol-consuming rats gained less
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F1GURE 4: Total food intake in younger (a) and older (b) rats drinking standard (W) or polyphenol-rich (PW) white wine and water only (C),
after 4 weeks. Different letters indicate significant difference between groups (P < 0.05).

TAaBLE 3: Average liquid intake, energy consumption, and feed efficiency among the animal groups.

Daily wine intake  Total daily liquid intake (wine + water)  TE, total energy intake after 4 weeks  Feed efficiency (BWG/TE)
mL/d mL/d k] g/kJ
Wy 10+1 301 11088.4 +126.4 0.0163 +0.0003
PWy 11+1 301 10380.1 +205.0" 0.0172 £0.0004
Cy n.a. 33+1 11657.5+244.8 0.0173 £0.0004
Wo 15+2 29+2 12097.6 £315.5 0.0026 +0.0004
PWo 1+1 3041 10808.1 + 282.4* 0.0025 +0.0005
Co n.a. 321 11776.7 £179.5 0.0040 £ 0.0004

n.a.: not applicable; BWG: body weight gained; C: control; W: standard white wine; PW: polyphenol-rich white wine; y: younger animals; o: older animals.
Results are expressed as means + SEM. *P < 0.05 for PWy and PWo versus groups within the same age category.

weight and ingested less food in comparison to controls,
while there was no distinction between the effects of red wine,
known to be rich in polyphenols, and ethanol [5].

Interestingly, the total energy intake, provided by calories
from food and wine, was lower in polyphenol-rich-wine-
drinking animals. This could be in part due to their tendency
to consume less food in comparison to standard-wine-
drinking animals. Indeed, polyphenols may be involved in
appetite control over the central nervous system that moni-
tors the food urge and feeling of satiety [6]. However, there
was no difference in feed efficiency among animals of the
same age category, regardless of the consumed beverage type.
This is simply because animals which ate less gained less
weight, so at the end of the experiment they gained similar
weight per calorie of energy.

It is important to note that all animals consumed similar
total amounts of liquid per day making our subgroups of ani-
mals substantially comparable. The seemingly paradoxical
fact that younger animals, although weighing three times less
than older animals, consume similar amounts of both liquid
and food (Table 3 and Figure 4) is just due to their several
times higher growth rate. In other words, proportionally
higher consumption of food and liquid is necessary to sup-
port correspondingly higher metabolic turnover in younger,
fast-growing animals. This is also indicated in their (several

times) higher feed efficiency ratio (weight gain per calorie,
shown in Table 3), relative to older animals. On the other
side, steady liquid and food intake in older animals is
required for maintaining their basic metabolic needs.

By eliminating differences between test wines, which
could be due to differences in the grape variety, growing con-
ditions, terrain, or harvesting time, we were able to determine
the influence of wine-making technique and polyphenol con-
tent more objectively.

The results of the present study, however, did not
determine the essential role of wine phenolics on the animals’
weight gain. Although we did not examine the effects of
ethanol directly in the present study, our results are indica-
tive of the major role of ethanol, as reported by several differ-
ent authors [5, 11, 12] who showed that ethanol in general
(studied alone or in comparison to red wine) was not associ-
ated with body weight gain in the animals.

Generally, moderate drinkers (human or animals) often
have significantly lower weight gain in comparison to non-
drinkers. Although this may be due to confounding factors
(e.g., physical activity), it may also reflect a true physiological
effect of alcohol [13].

The energy derived from alcohol differs from other
energy sources, since alcohol cannot be stored and is always
first to be metabolized. It also has a very high potential



to affect metabolic pathways of other nutrients. Intake of
alcohol can displace fat and carbohydrates from oxidative
metabolism in the liver to a maximum level of 50% the
resting value [14]. Indeed, energy stored this way can be
more effectively utilized than calories derived from excessive
carbohydrate intake [15].

Moreover, thermogenic response of alcohol is rather high
and in healthy moderate alcohol consumers is between 15
and 25% of the energy content of the alcohol intake. As
compared to fat (~13%) and carbohydrates (~8%), the
alcohol energy can be considered as a less usable form of
energy [16, 17]. Furthermore, alcohol stimulates sympathetic
nervous system and decreases blood glucose by inhibition of
liver gluconeogenesis [18]. Finally, when alcohol is con-
sumed in conjunction with a meal, it lowers secretion of the
protein leptin more than nonalcohol meals with the same
energetic density [19].

Although not focused on underlying mechanisms of
alcohol effects on body weight, our study provides additional
experimental evidence on this matter. The model of con-
sumption we used is comparable to the model of moderate
voluntary wine consumption by Arola et al. where animals
had free access to wine, without stressful treatments and
non-physiologic consumption of wine (e.g., like in gastric
gavage method) [20]. It is important to note that wine
consumption by the animals observed in our study in terms
of energy intake (approximately 8%) roughly corresponds
to the contribution of alcoholic beverages to the total
food stuff energy in the human light to moderate alcohol
consumers [21].

Finally, the rationale of choosing wine as the alcoholic
beverage lies in the fact that it represents an unavoidable
constituent of Mediterranean diet. In contrast to red wine,
to our best knowledge, the effects of white wine on weight
gain in rats have not been studied.

Further studies are still needed to explore the relationship
between wine consumption and body weight and to specify
the impact of wine phenolics and ethanol. We hope that this
simple yet straightforward study may be inspiring to deepen
insight into this complex matter.

5. Conclusion

The rats drinking white wines gained less weight in
comparison to water-only-drinking controls following 4-
week-voluntary-consumption trial, regardless of the wine’s
phenolic content. Although our results are indicative of
the major role of the nonphenolic constituents of white
wine, the present study cannot exclude the modifying role
of wine phenolics on energy metabolism and weight gain
as the animals consuming polyphenol-rich white wine
had lower total energy intake in comparison to all other
experimental groups.
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Polyphenols have an important protective role against a number of diseases, such as atherosclerosis, brain dysfunction, stroke,
cardiovascular diseases, and cancer. Cardiovascular diseases are the number one cause of death worldwide: more people die
annually from cardiovascular diseases than from any other cause. The most important behavioural risk factors of heart
disease and stroke are unhealthy diet, physical inactivity, tobacco use, and excess alcohol intake. The dietary consumption of
polyphenols has shown to be inversely associated with morbidity and mortality by cardio- and cerebrovascular diseases. It is
well-known that the protective effects of polyphenols in vivo depend on the grade how they are extracted from food and on
their intestinal absorption, metabolism, and biological action with target tissues. The aim of this review was to summarise
the relation between polyphenols of different plant sources and stroke in human intervention studies, animal models, and

in vitro studies.

1. Introduction

Polyphenols are plant secondary metabolites and the most
abundant dietary bioactive compounds. It is known that
100,000 to 200,000 secondary metabolites exist. Plant poly-
phenols include flavonoid and nonflavonoid compounds
[1, 2]. Flavonoids are built from a basic structure made up
of an oxygenated heterocycle and 2 phenolic rings. They
are distinguished by the oxidation state of the heterocyclic
pyran ring, forming several groups (e.g., flavonols, flavanols,
and anthocyanins). Until now, over 4000 flavonoids have
been described in plants [1], and this number is constantly
expanding due to multiple ways by which primary substitu-
ents are replaced, yielding more complex structures. More-
over, flavan-3-ols are also found in oligomer and polymer
forms, known as proanthocyanidins. The nonflavonoids
include phenolic acids (benzoic and hydroxycinnamic acids)
and stilbenes. Further nonflavonoids that may be found

in nature are gallotannins, ellagitannins, stilbene oligomers,
and lignans [2].

Polyphenols possess a wide range of beneficial effects
against atherosclerosis, brain dysfunction, stroke, cardiovas-
cular diseases (CVD), and cancer [1, 3]. The most important
food sources are fruit and vegetables [3], red wine [4], black
and green teas [5], coffee [6], extra virgin olive oil [7], and
chocolate [8, 9]. Moreover, herbs, spices, and nuts are also
potentially relevant polyphenol sources [10, 11]. The current
dietary advice is that people should consume >5 portions of
fruit and vegetables every day, each portion being at least
80 grams (U.S. Department of Health and Human Services,
2010), keep the body mass index from 18.5 to 24.9 kg/mz,
and perform physical exercise [12].

It is well-known that the protective effects of polyphenols
in vivo depend on the grade how they are extracted from food
and on their intestinal absorption, metabolism, and biologi-
cal action with target tissues [13]. In the human digestive
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system, polyphenols can be metabolized by intestine or
hepatic cells or by intestinal microbiota. Advances in poly-
phenol bioavailability and metabolism, in the mechanisms
of action, and in the evidence of health effects on animal
models and humans have been reported [14]. There is an
interindividual variability of polyphenol metabolites present
in plasma and urine after the intake of different polyphenols
which has been correlated with human gut microbiota com-
position and/or genetic polymorphisms, and it is potentially
associated with specific health effects [15].

This review aims to summarise the current knowledge
about the effects of dietary polyphenols from different food
sources on stroke in human intervention studies, animal
models, and in vitro studies.

2. Dietary Polyphenols and CVD

According to the reported information from the World
Health Organization, CVD are the main cause of mortality
worldwide. In 2012, CVD caused over 17.5 million deaths,
which represented 31% of all deaths globally (7.4 and 6.7
million were caused by coronary heart disease and stroke,
resp.). The main risk factors for CVD and stroke are lack of
exercise, unhealthy diet, increased blood pressure, glucose
and lipids, obesity, and extensive use of tobacco and alcohol.
These risk factors should be controlled regularly and can be a
sign of an increased risk for stroke, heart attack, and heart
failure among others. Nonmodifiable risk factors for CVD
are increasing age, gender, ethnicity, and family history.
Thus, two-thirds of all strokes occur in people older than
65, mainly man and African-Caribbean.

Currently, the major risk factor for developing cardio-
and cerebrovascular diseases is hypertension, and it is the
major global health problem, affecting approximately 1
billion individuals and causing 7.6 million premature deaths,
as well as 6% of all causes of disability worldwide [16]. Anti-
hypertensives were the most distributed drugs (698 million
prescriptions) in the US during 2013 [12].

The dietary consumption of polyphenols was shown to
be inversely associated with cardio- and cerebrovascular
diseases due to the anti-inflammatory and antiatherogenic
properties of polyphenols, such as inhibition of peroxyl
radical-induced DNA strand breakage, inhibition of platelet
aggregation and of the expression of adhesion molecules to
the endothelium, and protection of low-density lipoprotein
(LDL) from oxidative damage [17, 18].

In certain inflammatory disease states, such as athero-
sclerosis, HDL particles may display atheroprotective
functions in reverse cholesterol transport and antioxidant,
anti-inflammatory, and antiapoptotic processes. Flavonoids
show the potential to improve HDL function through their
well-documented effects on cellular antioxidant status and
inflammation [19]. Different clinical trials have revealed the
atheroprotection of olive oil polyphenols through decreasing
plasma LDL concentrations and LDL atherogenicity and
improving HDL function [20, 21]. It has also been reported
that polyphenols can reduce inflammation by blocking cyto-
kines such as TNF-«, IL-1, IL-6, and IL-8 and C-reactive
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protein that play an important role as inflammatory markers
in several diseases [18].

Several observational and short- or long-term interven-
tion trials with food that possesses large amounts of polyphe-
nols, such as virgin olive oil, cocoa, berries, and wine, have
clearly shown that polyphenols have a positive effect on
cardiovascular risk parameters. For example, BP levels are
inversely correlated with the consumption of food rich in
polyphenols. This may lead to the improvement in resistance
artery function and decreases in peripheral artery vascular
tone. However, most of these studies only take into account
one sole source of polyphenols or one food item [22-27].
Noad et al. [28] demonstrated that a diet rich in polyphenols
including six portions of fruits and vegetables, together with
dark chocolate and a portion of berries each day, shows an
improvement of microvascular function and decreases sys-
tolic BP. This is in accordance with several studies dealing
with the vasodilator effects of polyphenols [29, 30]. More-
over, polyphenols can inhibit alpha-glucosidase and lipase
activity [17].

Studies with wine and grape extracts have demonstrated
improved endothelial function in conduit and resistance
arteries [23, 26], possibly via nitric oxide- (NO-) dependent
pathways [23]. In experimental studies, dietary polyphenols
may help to stimulate NO endothelial secretion, which can
decrease BP. Studies with tea and cocoa found an improve-
ment in indirect measures of sympathetic nervous system
activity patterns, possibly contributing to the lowering of
peripheral vascular tone [27]. Moreover, hydroxytyrosol,
oleuropein, and secoiridoids, found mainly in olives or virgin
olive oils, may protect LDL particles from oxidation [12].
Further, cocoa flavanols have been assessed to play a role in
maintaining endothelium-dependent vasodilation [12].

3. Dietary Polyphenols and Stroke

3.1. Stroke: Definition and Epidemiology. A stroke is a cere-
brovascular disease related to atherosclerosis. It is caused by
the interruption of the blood supply to the brain, usually
because a vessel has either ruptured or been blocked by a
blood clot. The result of this reduction in blood supply is a
cut in the brain’s oxygen causing the sudden death of some
brain cells. Immediate symptoms are loss of speech, weak-
ness, paralysis of one side of the body, dizziness, nausea,
balance and coordination issues, and visual problems [31, 32].

Stroke is classified according to its aetiology as either
haemorrhagic or ischaemic, being the last one as the most
frequent (87% of cases). Haemorrhagic stroke is caused by
a bleed into the brain tissue due to the rupture of blood
vessels, aneurysms, or traumas. On the other hand, ischaemic
stroke is caused by the occlusion of a cerebral artery, and it
can be thrombotic or atherosclerotic and embolic or can be
produced by microartery occlusion [31, 32].

Stroke is the second main cause of mortality worldwide
and the main cause of adult disability, especially in middle-
(12.8%) and high-income countries (8.7%). Ischaemic heart
disease and stroke have been the world’s biggest killers in
the last 15 years. Only in 2015, they were together responsible
of 15 million deaths around the world [33] and this burden is
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predicted to increase due to the rapid rise of population older
than 65 years [31].

3.2. In Vitro Assays Dealing with Stroke Risk. Different
mechanisms of polyphenols on stroke prevention have
been elucidated through in vitro studies. A study carried
out by Gundimeda et al. [34] showed that trace amounts
of green tea polyphenol (GTPP) and epigallocatechin-3-
gallate (EGCG) could exhibit neurite outgrowth-inhibiting
activity and the growth cone-collapsing activity of Nogo-66
(C-terminal region of Nogo-A). Resveratrol and polyphenols
from green tea were able to reduce the reactive oxygen
species (ROS) in mitochondria and cell swelling in endothe-
lial cells [35]. Recent evidence also showed that resveratrol
can be considered a signaling molecule in tissues and cells
and thus act as a modulator for the expression of genes
and proteins [36]. Thus, they may prevent, in part, brain
edema and neural damage. One possible mechanism is that
polyphenols may decrease endothelial cell swelling through
Ca** reduction.

Mangiferin and morin, two natural antioxidants from
mango peel and Maclura pomifera, (commonly known as
the Osage orange), respectively, exhibited a wide spectrum
of antioxidant and antiapoptotic activities in an in vitro
model at micromolar concentrations [37]. These polyphenols
are promising neuroprotectors for the diverse pathologies,
such as cerebrovascular accident, epilepsy, stroke, brain
trauma, and spinal cord damage.

Spigoni et al. [38] observed in endothelial cells that
urolithins A and B and urolithin f-glucuronide had an influ-
ence on NO and NO synthase activation. Urolithin metabo-
lism may be linked to peripheral cells. eNOS expression
was activated by a mix of urolithins at 5uM and urolithin
B-glucuronide at 15uM. It is known that decreased eNOS
activation and reduction in NO bioavailability are two of
the key factors for endothelial dysfunction. Moreover, the
mix of urolithins at 5uM following 24h of incubation
increased significantly nitrite/nitrate levels, also important
in endothelial dysfunction.

Some reports show increased extracellular levels of gluta-
mate in certain neurodegenerative diseases, such as stroke
[39]. It is also very well-known that, in this brain disorder,
increases in ROS levels occur, which have been associated
with increased release and decreased uptake of glutamate
[40]. Abib et al. [41] evaluated the effects of (-)-epicatechin-
3-gallate (ECG), one of the three major green tea antioxidants,
on C6 lineage cells. They observed that after 6 h, there was a
beneficial cell response induced by ECG, indicating that
ECG should be able to protect the brain against excitotoxicity
induced by glutamate.

Another study reported that pycnogenol possesses scav-
enging activity against ROS and nitrogen species. In addition,
effects on NO metabolism were proven in the macrophage
cell line RAW 264.7 [42]. Cells were preincubated with pyc-
nogenol, showing significant decreases in NO generation.
This data sheds light on the biological activity of pycnogenol
and possibly other polyphenols as beneficial agents in several
human illnesses.

3.3. Animal Studies Determine the Molecular Mechanisms
Involved in Stroke Prevention. Several epidemiological studies
of dietary polyphenols on chronic disease prevention support
a protective effect of these compounds against CVD [43-45].
Some observational studies have also shown an inverse
association between the consumption of some classes of
polyphenols and the overall mortality [44, 46]. Involved
mechanisms have been elucidated from numerous studies
conducted in animal models (mainly rodents) with nutrition-
ally realistic levels of isolated flavonoids [47].

The health effect of polyphenols from tea, coffee, and
cocoa has been extensively evaluated in experimental studies
with animals, indicating beneficial effects on cardiovascular
health and a reduced risk of stroke. While tea and cocoa
exhibit beneficial effects on endothelial function, total and
LDL cholesterol (tea only), and insulin sensitivity (cocoa
only), moderate coffee consumption has been inversely
associated with the risk of stroke. However, further long-
term randomized clinical trials and prospective studies are
necessary to provide clear mechanisms by which coffee,
cocoa, and tea polyphenols offer cardiovascular health
benefits. Antihypertensive, hypocholesterolemic, antioxidant,
and anti-inflammatory activities have been proposed to these
polyphenols, as well as improvement of vascular endothelial
function and insulin sensitivity.

EGCG present in a limited number of plant-based foods
and beverages, such as green tea, exhibited neuroprotective
action in a cerebral ischaemia mouse model by controlling
the inflammation cascade [48, 49], providing antioxidant
and neuroprotective effects, possibly through the activation
of the NF-E2-related factor 2/antioxidant responsive element
signaling pathway [50]. A recent study described the first
in vivo results supporting the potential of the coadministra-
tion of EGCG with a recombinant tissue plasminogen activa-
tor to extend its therapeutic window in treating acute brain
ischaemia [51].

Quercetin, another flavonoid with similar antioxidant
effects as those of green tea polyphenols, reduced levels of
matrix metallopeptidase 9 (MMP-9) in cerebral ischaemia
studies and attenuated blood-brain barrier disruption [52].
In a rat model of heat stroke, quercetin therapy (30 mg/kg)
showed an improvement of heat stroke outcomes by attenu-
ating excessive hyperthermia as well as myocardial injury.
The protective effects of quercetin could be attributed to
antilipid, peroxidative, antioxidant, and anti-inflammatory
properties [53]. Antihypertensive effects in a rat model
have also been attributed to quercetin that may induce a
progressive and sustained reduction in BP, oxidative stress,
or NO status [54]. Moreover, quercetin rutinoside (rutin)
has been found to control neural damage in cerebral
ischaemia [55].

Resveratrol has been extensively studied because of its
ability to modulate certain parameters linked with increased
cardiovascular risk [56]. Inhibition of lipid oxidation pro-
cesses has been proposed as the main mechanism involved
in neuroprotection. More recent results from a rat model of
transient middle cerebral artery occlusion indicate that res-
veratrol significantly decreases apoptosis, mitochondrial lipid
peroxidation, brain infarct volume, and edema [57, 58]. In



the endothelium, resveratrol can stimulate NOS activity,
increasing the amount of NO in isolated rat aortas [59].

Polyphenols from grape powder, administered as a sup-
plement in a diet, have been reported to protect the brain
against ischaemic damage. The neuroprotective effects of
the GP supplement may have a wide implication in the future
for the prevention/protection against other neurodegenera-
tive damages [60].

Antioxidative, anti-inflammatory, antilipidemic, and neu-
roprotective properties have been attributed to curcumin in
experimental animal models [61]. In a porcine model with
endothelial dysfunction, for example, curcumin can effectively
block the detrimental effect of homocysteine on the vascular
system [62].

Diets enriched in anthocyanins from blueberries
provide neuroprotection after stroke induced in rats due
to their antiatherogenic and anti-inflammatory properties
[63, 64]. Consumption of pomegranate byproduct resulted
in a 57% reduction in atherosclerotic lesion size in mice
[65]. A red wine extract, rich in anthocyanin, reduces
injury induced by cerebral ischaemia in rats and protects
against ischaemia-induced excitotoxicity, energy failure,
and oxidative stress [66].

Hydroxytyrosol and oleuropein, polyphenols from olive
oil, are recognized as having an important role in the protec-
tion against CVD [67]. Olive oil supplementation in rabbits
improved the outcome of atherosclerosis by improving the
lipid profile and reducing platelet hyperactivity [68-70].

3.4. Dietary Polyphenols and Stroke: Results from Human
Clinical and Epidemiological Studies. Epidemiologic studies
are a useful tool to assess the association between dietary
intake of polyphenols and human health. Although no
cause-effect information can be obtained from these studies,
they have been broadly used to evaluate the effects of dietary
compounds on several diseases. The inverse association
between high-polyphenol content food (e.g., fruits, vegeta-
bles, and their derivatives) and CVD risk has been reported
elsewhere and seems indisputable. However, the question as
to whether polyphenols are responsible for this protection
is still under debate [71-73].

The consumption of alcoholic beverages with a high
polyphenol content (i.e., wine and beer) and stroke have also
been studied. The results of different observational studies
suggest that the relative risk of ischaemic stroke is lowered
by moderate alcohol consumption [74]. In fact, it is generally
accepted that the association between alcohol intake and
the risk of CVD and total mortality is demonstrated by
a J-shaped curve. The conclusion derived from these
graphs is that having one or two drinks per day, without
binge drinking, protects against CVD, particularly coronary
disease and ischaemic stroke [75, 76].

Since the formulation of the concept of the French para-
dox by epidemiologists in the 1980s, many efforts have been
made to elucidate its causes. The low incidence of CVD in the
French population despite a high intake of saturated fats has
been on the table for decades. Debates have focused on wine
consumption since it is the common element in all southern
European countries [77]. Red wine contains around 200 mg
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of polyphenols per 100g [78] mainly anthocyanins and
flavan-3-ols and is one of the main contributors to total poly-
phenol intake in these countries [79-81].

Many experimental studies with resveratrol and stroke
have been conducted in animals; however, to date, no
clinical investigations have been performed in humans
who have survived a stroke. It is plausible that resveratrol
increases cerebral blood flow and enhances cerebrovascular
perfusion in these patients since these effects have been
observed in healthy subjects [82]. Other in vivo and animal
studies have reported benefits of wine polyphenols on
stroke protection [54].

Wine consumption has frequently been associated with
CVD protection although beer has been also studied. Never-
theless, only three studies have provided prospective data
concerning beer consumption and stroke [83-85], and only
one study found a significant inverse association for ischae-
mic stroke on comparing subjects who drank 1-6 drinks
per week with abstainers (61%; 95% CI: 16% to 81%) [86].
Thus, the data on beer and stroke currently available are
inconclusive albeit promising.

The effect of alcohol on cerebrovascular events is due to
its capacity to improve the lipid profile (increasing HDL
cholesterol and decreasing LDL cholesterol) and reduce
platelet aggregation and its anti-inflammatory effects.
Additionally, nonalcoholic components of wine and beer
such as polyphenols exert antiatherogenic and antithrom-
botic effects and regulate endothelial function through
different mechanisms [22].

Other polyphenol-rich drinks such as coffee or tea have
been associated with a lower risk of stroke. As with alcohol,
high consumption of coffee is considered a risk factor for
CVD, but moderate consumption may reduce the risk. A
meta-analysis of 11 prospective studies pointed out that the
risk of stroke was lower in subjects who consumed 6 or less
cups of coffee per day compared with nonconsumers. The
relative risks were similar for ischaemic and haemorrhagic
stroke, and no differences were observed with gender at lower
levels of coffee consumption (2 cups per day or less) [87].
More recent prospective studies confirmed these results for
stroke mortality and incidence [88-90]. It should be pointed
out that the many different ways of coffee preparation can
affect the polyphenol content and may lead to biased results.
Moreover, the mechanisms by which coffee may exert these
beneficial effects are not clear [87, 91].

Similar to coffee, teas are very rich in polyphenols, mainly
flavonoids. It is known that tea flavonoids improve endo-
thelial function, BP, cholesterol levels, and blood glucose
concentrations [91, 92]. The results of a meta-analysis of
14 prospective studies showed that the increment of 3
cups/day in green or black tea consumption decreased
the relative risk by 13% (95% confidence interval (CI),
0.81-0.94). The association did not depend on gender
but was slightly higher for green tea. Other results from
two large prospective studies of green and black tea were
in line with these findings [90, 92].

Other typically polyphenol-rich foods are chocolate and
cocoa, nuts, and olive oil. Prospective studies on chocolate
and stroke are still scarce, although a significant reduction
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of 19% was observed in a meta-analysis of these studies when
comparing the extreme of chocolate consumption [93].

Culinary herbs and spices are broadly used in meals to
improve the flavour of food dishes and also as traditional
medicines to prevent or treat different conditions. Scientific
evidence about this is still scarce, but the results of the studies
available are promising. Polyphenols may be found among all
the active chemical components of herbs and spices. Due to
the lack of water, the concentration of polyphenols in herbs
and spices is higher than in fruits and vegetables. Several
studies have focused on the effects of herbs, spices, and
medicinal plants on glucose regulation and dyslipidemia in
subjects who had metabolic syndrome and type 2 diabetes,
both of which are major risk factors for stroke [94]. However,
to our knowledge, no clinical trials or clinical studies have
been performed to evaluate the direct relationship between
spices/herbs and the risk of stroke.

Novel meta-analyses reported the effects of flavanol-
containing products such as tea, cocoa, and apple products
on body composition, blood pressure, and blood lipids.
Bertoia et al. [95] indicated that foods rich in flavan-3-
ols, flavonols, anthocyanins, and flavonoid polymers may
help adults to control body weight. This type of studies
may give a dietary pattern for obesity prevention and its
possible consequences.

Several meta-analyses of randomized controlled trials
have dealt with the effect of tea and different outcomes. The
effects of black tea on blood cholesterol are contradictory.
One meta-analysis found no effects of black tea on total
cholesterol and serum concentrations of LDL and HDL cho-
lesterol [96], while another one concluded that consumption
of black tea lowered LDL cholesterol, especially in subjects at
high cardiovascular risk [97]. Acute black tea and chocolate
increased flow-mediated dilatation after acute and chronic
intake and reduced systolic and diastolic blood pressure.
Regarding green tea, results from randomized controlled
trials point in the same direction. Its intake resulted in signif-
icant reductions in systolic blood pressure, total cholesterol,
and LDL cholesterol [98-100].

Several randomized controlled trials have been con-
ducted to assess the effects of cocoa and dark chocolate,
which are rich sources of flavonoids, on serum lipids. Total
cholesterol and LDL cholesterol decreased when consuming
these foods. No effects were observed for HDL cholesterol
and triglyceride concentration in plasma [101]. However,
the observed changes depend on the intake dose and the
health of the participants [102].

The PREDIMED (Prevencién con Dieta Mediterrdnea)
study was a prospective, randomized, multicentre, controlled
trial aimed at determining the benefits of following a
Mediterranean diet supplemented with either nuts or extra
virgin olive oil on cardiovascular events (including myocar-
dial infarction, stroke, and cardiovascular death). The control
group followed a low-fat diet according to the guidelines of
the American Heart Association. At the end of the study,
the results revealed that both Mediterranean diet groups
had a 30% lower incidence of the primary endpoint than
the control group. Remarkably, incident stroke was reduced
by nearly 50% in participants following the Mediterranean

diet enriched with nuts (15g walnuts, 7.5g almonds, and
7.5 g hazelnuts) [103].

In an observational study within the PREDIMED trial,
total polyphenol intake and polyphenol subclasses were
calculated from the FFQ and the Phenol-Explorer database.
Total polyphenols were associated with a 46% reduction in
CVD risk on comparing the fifth versus the first quintiles.
The intake of lignans, flavanols, and hydroxybenzoic acids
was also inversely and significantly associated with cardio-
vascular events [104]. Besides this study, only a few more
have directly evaluated the association between polyphenol
intake and stroke, and only 2 found a significant inverse
association: the Zutphen Elderly Study and the Finnish
Mobile Clinic Health Examination Survey. In the first
study, flavonol and flavone intakes, but not catechin intake
[46], were associated with a lower incidence of stroke [105].
In the Finnish cohort, the polyphenolic groups inversely
associated with stroke were flavonols, flavones, and flava-
nones [106]. However, similar studies did not find any
association [107, 108].

4. Mechanisms

Polyphenols from fruits, vegetables, and beverages, such as
wine, tea, cocoa, may exert protective effects on the cardiovas-
cular system [109]. Increasing evidence suggests that dietary
polyphenols prompt their health properties by the interaction
with molecular signaling pathways [110] (Figure 1). The
ability of polyphenols to target transcriptional networks that
modulate gene expression favoring NO production, anti-
inflammatory mediators, and energy expenses provides an
attractive pharmacological approach to treat cardiovascular
and metabolic diseases.

One of the most well-described mechanisms on neuro-
vascular protection involves the ability of polyphenols to
generate NO, a potent vasodilator generated by endothelial
cells, which can also regulate cardiovascular-related gene
expression. Consequently, polyphenols prevent the progress
of endothelial dysfunction, decreasing the development of
atherosclerotic plaque, vascular thrombosis, and occlusion.
In early stages of atherosclerosis development, polyphenols
contribute to reducing LDL oxidation, improving antioxi-
dant status, and decreasing levels of inflammatory cytokines
and adhesion molecules (Figure 1).

Oxidative stress is thought to be a key event in the
pathogenesis of cerebral ischaemia. Overproduction of ROS
during ischaemia may cause an imbalance between oxidative
and antioxidative processes. ROS can damage lipids, pro-
teins, and nucleic acids, inducing apoptosis or necrosis. It is
hypothesized that plant polyphenols can provide protection
against neurodegenerative changes associated with cerebral
ischaemia [56]. Polyphenols can upregulate multiple redox
enzymes, such as endothelial NO synthase, catalase, SOD1,
and SOD2.

Most experimental and epidemiological studies suggest
that dietary polyphenols activate antioxidant pathways and
modulate immune response by inhibiting proinflammatory
biomarkers.
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FIGURE 1: Molecular signaling pathways and molecular risk factors modulated by polyphenols in neurological disorders.

5. Conclusion

The results from experimental in vitro and in vivo studies and
clinical evidence support the beneficial effects of some classes
of polyphenols, mainly flavonoids, on multiple endpoints of
cardiovascular risk. The most convincing mechanisms
involve the reduction of BP by increasing NO production
and improvement in endothelial function. However, the lack
of information about polyphenolic food composition and
metabolism does not allow conclusions about the effects
and effectiveness in preventing CVD.

Moreover, future clinical trials evaluating the effect of
dietary polyphenols should take into account different
aspects to obtain conclusive results. It is important to include
a proper control product regarding polyphenol content. It is
also necessary to consider the specific target population
included in the study to correctly design the nutritional inter-
vention period duration (weeks, months), as well as the dose
of the polyphenols investigated. To establish the effects of
oral exposure to the most promising polyphenols, large-scale,
long-term, well-controlled trials, preferably with clinical
endpoints including cardiovascular morbidity/mortality, are
required. Until now, there is no sufficient data to establish a
dietary reference intake for each class of polyphenols. To
ensure the safety of their consumption, the development of
functional foods should only consider the same level of poly-
phenols as the best dietary source can deliver at dietary doses.
Then, the bioactivity of this functional food should be tested
with in vivo models. After proving the bioefficacy of the
compounds, mechanism should be tested in vitro.

In the future, it is essential for the scientific community to
strictly consider well-designed experiments (in terms of the

nature and concentrations of metabolites used) in order to
definitively identify the compounds biologically active in
target tissues as well as the molecular mechanisms involved.
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Currently, the neuroprotectant and memory-enhancing agent for menopausal women with metabolic syndrome is required. Based
on the advantages of polyphenolics on numerous changes observed in menopause with metabolic syndrome and the encapsulation
method, we hypothesized that microencapsulated mulberry fruit extract (MME) could protect brain damage and improve memory
impairment in an animal model of menopause with metabolic syndrome. To test this hypothesis, MME at doses of 10, 50, and
250 mg/kg was given to female Wistar rats which were induced experimental menopause with metabolic syndrome by bilateral
ovariectomy (OVX) and fed with high-carbohydrate high-fat (HCHF) diet for 8 weeks. Spatial memory together with neuron
density, oxidative stress status, acetylcholinesterase, and phosphorylation of Erk in the hippocampus was assessed at the end of
the study. It was found that MME decreased memory impairment, oxidative stress status, and AChE activity but increased
neuron density and Erk phosphorylation in the hippocampus. Therefore, the neuroprotective and memory-enhancing effects of
MME might partly involve the enhanced cholinergic function and Erk phosphorylation but decreased oxidative stress status in
hippocampus. Therefore, MME is the potential novel neuroprotectant and memory-enhancing agent for menopause with
metabolic syndrome. However, further research especially clinical trial is still necessary.

1. Introduction

The number of menopausal women is continually increasing
worldwide [1]. Recently, it has been demonstrated that the
prevalence of chronic diseases including metabolic syndrome
in menopausal women is increased [2, 3]. Moreover, both
menopausal condition and metabolic syndrome can induce
memory impairment and decrease hippocampal plasticity
[4-7]. Based on the rising trends of both menopause and
metabolic syndrome mentioned earlier, the memory impair-
ment in menopausal women with metabolic syndrome is
increasing its importance and is recognized as one of the
important health problems. Unfortunately, less information

concerning this issue is available. Moreover, the current
therapeutic strategy is still not in satisfaction level. Therefore,
this problem should be concerned and the successful strate-
gies for combating this condition are required.

Recently, it has been demonstrated that the substances
which are rich in polyphenolic compounds especially antho-
cyanins can improve both metabolic syndrome and cognitive
impairment [8, 9]. Since polyphenolic compounds including
anthocyanins have low stability toward environment condi-
tion during processing and storage, it is a hard task force to
incorporate the mentioned substance into foods and health
products. However, encapsulation has been reported to be
an effective way to introduce such substances into the
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mentioned products. Encapsulating agent can be served as a
protector coat against adverse environmental condition
resulting in the increased stability. In addition, encapsulated
compounds are also easier to handle.

Ripen fruits of mulberry or Morus alba (Moraceae family)
are rich in polyphenolic compounds especially anthocyanins.
The mulberry fruit extract exerts the neuroprotective and
memory-enhancing effects in an animal model of vascular
dementia [10]. Since the neurodegeneration and memory
impairment both in vascular dementia [10] and in a meno-
pausal woman with metabolic syndrome [11] are associated
with oxidative stress, the neuroprotective and cognitive-
enhancing effects of mulberry extract have been focused.
Based on the benefits of anthocyanins and mulberry
extract together with the encapsulation advantage men-
tioned earlier, we hypothesized that the encapsulated mul-
berry extract could improve hippocampal damage and
memory impairment in postmenopausal metabolic syn-
drome. To elucidate this issue, this study was carried out
to determine the neuroprotective and cognitive-enhancing
effects of encapsulated mulberry extract in an animal
model of postmenopausal metabolic syndrome induced
by high-carbohydrate high-fat diet.

2. Materials and Methods

2.1. Preparation of Mulberry Fruit Extract. Ripen mulberry
fruits (Morus alba L.) were collected from the Queen Sirikit
Department of Sericulture Center, Udon Thani Province.
The fresh mulberry fruits were cleaned and dried with
an oven (Memmert GmbH, USA) at 60°C for 72 hours.
The dried mulberry was grounded to fine powder and
extracted by maceration technique with 50% hydro-
alcoholic (1% w/v) for 24 h and then filtered with Whatman
number 1 filter paper. All yielded extracts were dried with
the oven (Memmert GmbH, USA) at 60°C for 24 hours and
kept at 4°C until used.

2.2. Preparation of Microencapsulated Mulberry Extract.
Maltodextrin dextrose equivalent 10 (DE10) was selected as
encapsulation matrix. It was mixed with mulberry extract at
the ratio of 9:1 (w/w). The mixture was dissolved in warm
distilled water at 50°C and stirred for 30 minutes. The solu-
tion was frozen at —20°C for 18 hours in a freezer and sub-
jected to drying in a freeze-dryer (Labconco freeze dryer,
Labconco Corporation, Kansas City, MO, USA) for 48 hours
(—86°C, 0.008 mbar). The dry sample was packaged and
stored in a desiccator containing silica gel at 4°C.

2.3. Measurement of Total Phenolic Compound Contents. The
total phenolic compound content of the encapsulated mul-
berry extract was determined by using the Folin-Ciocalteu
colorimetric method in microplate reader (iMark™ Micro-
plate Absorbance Reader) [12, 13]. A 20 ul of the extract
was mixed with 158 ul of distilled water and 20 ul of 50%
v/v Folin-Ciocalteu reagent (Sigma-Aldrich, USA) which
was freshly prepared. The mixture was incubated for 8
minutes. Then, 30 ul of 20% Na,CO; (Sigma-Aldrich,
USA) was added and subjected to a 2-hour incubation period
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at room temperature in a dark room. The absorbance was
measured at 765 nm. Result was expressed as mg gallic acid
equivalent (GAE)/mg microencapsulated mulberry extract.
Various concentrations of gallic acid (Sigma-Aldrich, USA)
were used as a standard calibration curve.

2.4. Measurement of Flavonoid Content. The determination
of flavonoid content was performed by aluminum chloride
method [14]. This process was based on the formation of
aluminum-flavonoid complexes. All assessments were
performed in triplicate. In brief, 100 ul of the extract at
various concentrations was mixed with 100 ul of 2%
methanolic aluminum chloride (Sigma-Aldrich, USA) and
subjected to the 30-minute incubation period at room
temperature in dark room. Then, the absorbance at
415nm was taken against the suitable blank. Various
concentrations of quercetin (Sigma-Aldrich, USA) were
used for the standard calibration curve preparation.
Results were expressed as pug quercetin equivalent/mg
microencapsulated mulberry extract.

2.5. Determination of Free Radical Scavenging Activities. The
scavenging activity against free radicals of the encapsulated
mulberry extract was assessed via 1,1-diphenyl-2-picryl-
hydrazyl (DPPH), ferric reducing antioxidant power (FRAP),
and 2,2"azinobis-3-ethylbenzothiazoline-6-sulphonic acid
(ABTS) assays. For DPPH assay, an aliquot of 0.15mM
DPPH in methanol (180 ul) (Sigma-Aldrich, USA) was mixed
with 20 ul of various concentrations of encapsulated mul-
berry extract and incubated for 30 minutes. The absorbance
was measured against blank at 517 nm via microplate reader
(iMark Microplate Absorbance Reader) [15, 16]. Ascorbic
acid was used as positive control. Results were expressed in
terms of EC,, (concentration in micrograms per milliliter
required to inhibit DPPH radical formation by 50%).

The determination of antioxidant activity via FRAP assay
is based on the ability of the tested substance to convert ferric
tripyridyltriazine (Fe**-TPTZ) to ferrous tripyridyltriazine
(Fe**-TPTZ). FRAP working solution containing 10 mM
TPTZ (Sigma-Aldrich, USA), 20 mM ferric chloride solution
(FeCl;) (Sigma-Aldrich, USA), and 300 mM acetate buffer
(Sigma-Aldrich, USA) at the volume of 190 ul was mixed with
10 pl of encapsulated mulberry extract. After a 10-minute
incubation at 37°C, the solution was determined for the
absorbance against blank at 593 nm [17]. Ascorbic was used
as positive control, and results were expressed as EC;, value.

The 2,2"azinobis-3-ethylbenzothiazoline-6-sulfonic acid
(ABTS) was also used to determine the free radical-
scavenging activity of the encapsulated mulberry extract
[18]. In brief, various concentrations of the encapsulated
mulberry extract (30 ul) were reacted with the stock solution
containing 7mM ABTS (Sigma-Aldrich, USA) and 2.45 mM
potassium persulfate (Sigma-Aldrich, USA; freshly prepared).
The absorbance was measured at 734 nm.

The antioxidant activity of each sample was expressed in
terms of EC., (concentration in micrograms per milliliter
required to inhibit ABTS radical formation by 50%) calcu-
lated from the log-dose inhibition curve.
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2.6. Measurement of Acetylcholinesterase Inhibitory (AChEI)
Activity. AChE suppression activity of the encapsulated
mulberry was determined by colorimetric method accord-
ing to the method of Elmann et al. [19]. This method is
based on the determination of a yellow color of 5,5-dithio-
bis (2-nitrobenzoic acid) produced by the hydrolysis of
acetylcholine by acetylcholinesterase (AChE). In brief,
various concentrations of encapsulated mulberry extract
at the volume of 25 ul each were added to the reaction
mixture containing 50 ul of Tris-HCI (50 mM, pH8.0)
(Sigma-Aldrich, USA), 75 ul of 3mM 5,5-dithio-bis-2-
nitrobenzoic acid (DTNB) (Sigma-Aldrich, USA), and
25 ul of 15mM thiocholine iodide (ATCI) (Sigma-Aldrich,
USA) and 25 pl of AChE (0.22U/ml) (Sigma-Aldrich,
USA). After mixing, the reaction mixture was incubated
at room temperature for 5 minutes, and the absorbance
at 412nm was recorded with microplate reader (iMark
Microplate Absorbance Reader). Percentage of inhibition
was calculated by comparing the rate of enzymatic hydro-
lysis of ATCI for the samples to that of the blank (50%
aqueous methanol in buffer). Donepezil (1-32mM) (ARI-
CEPT®, USA) was used as a reference standard. The
AChE inhibition activity of each sample was expressed in
terms of EC,,. Every sample was assessed in triplicate.

2.7. Finger Print Chromatogram Assessment. The phenolic
profiles of mulberry extract and encapsulated mulberry
extract consisting of cyanidin-3-glucoside (Sigma-Aldrich,
USA), gallic acid (Sigma-Aldrich, USA), and quercetin-3-
O-rutinoside (Sigma-Aldrich, USA) were determined by
high-performance liquid chromatography (HPLC). Chroma-
tography was performed by using a Waters® system
equipped with a Waters 2998 photodiode array detector.
Chromatographic separation was performed using Puro-
spher® STAR, C-18 encapped (5 ym), LiChroCART® 250-
4.6, and HPLC-Cartridge, Sorbet Lot number HX255346
(Merk, Germany). The mobile phase (HPLC grade) consisted
of 100% methanol (solvent A) (Fisher Scientific, USA) and
2.5% acetic acid (solvent B) (Fisher Scientific, USA) in deion-
ized (DI) water was used to induce gradient elution. The
gradient elution was carried out at a flow rate of 1.0 ml/min
with the following gradient: 0-17 min, 70% A; 18-20 min,
100% A; and 20.5-25min, 10% A. The sample was fil-
tered (0.45 pm, Millipore), and a direct injection of tested
sample at the volume of 20yl on the column was per-
formed. The chromatograms were recorded at 280nm
using UV detector, and data analysis was performed
using EmpowerTM3.

2.8. Experimental Protocol. Female Wistar rats (weighing
200-250 g, 10 weeks old) were obtained from National Labo-
ratory Animal Center, Salaya, Nakhon Pathom, Thailand.
The rats were kept under standard laboratory conditions
with food and water ad libitum and housed in standard metal
cages (5 per cage). Temperature was controlled at 23 +2°C on
12:12h light-dark cycle. All procedures and experimental
protocols were approved by the Institutional Animal Ethics
Committee of Khon Kaen University (Record number

AEKKU 27/2017). After 1 week of acclimatization, the ani-
mals were divided into 7 groups as follows:

(a) Group I (normal diet (ND) + vehicle): all rats in this
group received normal diet (4.5% fat, 42% carbohy-
drate, and 24%protein) and were treated with vehicle.

(b) Group II (HCHF + vehicle): all animals in this group
received HCHF diet and treated with vehicle.

(¢) Group III (OVX-HCHEF diet + vehicle): all rats in this
group were subjected to bilateral ovariectomy
(OVX), received HCHF diet, and treated with vehicle.

(d) Group IV (OVX-HCHF diet +isoflavone): rats had
been subjected to bilateral ovariectomy, fed with
HCHEF diet, and treated with isoflavone at a dose of
15 mg/kg BW.

(e) Group V-VII (OVX-HCHF diet + microencapsulated
mulberry extract (MME)): all rats in these groups
were subjected to OVX, received HCHF diet, and
treated with MME at various doses ranging from
10, 50, and 250 mg/kg BW.

In this study, all OVX rats were anesthetized with
thiopental sodium at a dose of 40 mg/kg BW prior to the
induction of experimental menopause by bilateral ovariec-
tomy. After 1 week of operation, OVX rats in group III-
group VII were fed with high-carbohydrate high-fat diet
(HCHF; 35.83% fat, 35.54% carbohydrate, and 28.63% pro-
tein) in order to induce metabolic syndrome. After 20 weeks
of the feeding period, rats which showed percent change of
body weight more than 25 percent, the homeostasis model
assessment-estimated insulin resistance (HOMA-IR) index
and plasma angiotensin-converting enzyme levels higher
than the control group were selected for further study. Then,
the recruited animals were randomly assigned for the inter-
ventions including vehicle, isoflavone, and MME at various
doses ranging from 10, 50, and 250 mg/kg BW. All animals
were assessed for spatial memory after the single dose of
treatment and at the end of 8-week intervention period. In
addition, neuron density, the oxidative stress status, AChE,
and the expression of Erk signal transduction in the hippo-
campus were also investigated at the end of the study.

2.9. Morris Water Maze Test. The water maze is a metal circle
pool at diameter of 147 cm and 60 cm in depth, and water
(25+£1°C) was filled with white nontoxic milk powder to a
depth of 40cm. It was divided into 4 equal quadrants
(Northeast, Southeast, Southwest, and Northwest) by 2
imaginary lines crossing the center of the pool. A remov-
able platform was immersed in the center of one quadrant.
Each animal was trained to memorize the location of the
platform by forming the association information between
its location and the location of platform by using external
cues. After 4 training sessions, the animals were deter-
mined the time which required for finding the platform
and climbed onto the platform or escape latency. The
retention time was also determined by exposing the ani-
mals to the same condition except that the platform was



removed from the location previously immersed. In this
case, the time which the animals spend swimming in the
quadrant which previously contained the platform was
regarded as retention time that was recorded.

2.10. Histological Procedure and Nissl Staining. The brains
were perfused transcardially with fixative solution containing
4% paraformaldehyde (Sigma-Aldrich, USA) in 0.1M
phosphate buffer pH7.4 overnight at 4°C. Then, they were
infiltrated with 30% sucrose (Merck, Germany) solution for
48-72h. Serial sections of tissues were cut frozen on cryostat
(Thermo Scientific™ HM 525 Cryostat) at 10 gm thick. All sec-
tions were picked up on slides coated with 0.3% aqueous solu-
tion of gelatin containing 0.05% aluminum potassium sulfate
(Sigma-Aldrich, USA). The triplicate coronal sections of the
brains were stained with 0.25% cresyl violet (Sigma-Aldrich,
USA), dehydrated through graded alcohols (70, 95, 100% 2x)
(RCI LabScan, Thailand), placed in xylene (Merck, Germany),
and mounted using DPX mountant (Merck, Germany). The
evaluation of neuron density in the hippocampus was
performed under Olympus light microscope model BH-2
(Japan) at 40x magnification. Counts were performed in three
adjacent fields, and the mean number was calculated and
expressed as the density of neurons per 255 ym”.

2.11. Assessment of Oxidative Stress Status and Acetylcholine
Activity in Hippocampus. At the end of the study, all animals
were sacrificed. Anterior hippocampus was isolated, pre-
pared as hippocampal homogenate with 50 volume of 0.1 M
phosphate buffer saline. Then, the homogenate was used for
the determination of the acetylcholinesterase (AChE) activity
and oxidative status including malondialdehyde (MDA) level
and the activities of superoxide dismutase (SOD), catalase
(CAT), and glutathione peroxidase (GSH-Px). The protein
concentration in brain homogenate was determined by using
a Thermo Scientific NanoDrop 2000c spectrophotometer
(Thermo Fisher Scientific, Wilmington, DE, USA) and mea-
sured the optical density at the wavelength of 280 nm.

The determination of AChE in brain homogenate was
evaluated according to the spectrophotometric method of
Elmann et al. with a slight modification. [19]. The mixture
of 20 ul of sample solution, 200 ul of 0.1 mM sodium
phosphate buffer (pH8.0) (Sigma-Aldrich, USA), and
10 yl of 0.2M DTNB (5,5-dithio-bis-(2-nitrobenzoic acid))
(Sigma-Aldrich, USA) were mixed and incubated at room
temperature for 5 minutes. Then, 10 ul of 15mM acetyl-
choline thiochloride (ACTI) (Sigma-Aldrich, USA) was
added and incubated for 3 minutes and recorded the
absorbance at 412nm by using microplate reader (iMark
Microplate Absorbance Reader). The activity of AChE was
calculated according to the equation below and expressed
as nmol/min-mg protein.

AA y 1
1.36 x 10* ~ 20/230

AChE activity = C, (1)
where AA=the difference of absorbance/minute and
C=protein concentration of brain homogenate.

The level of MDA level, a lipid peroxidation product, was
also assessed. Hippocampal homogenate was determined by
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thiobarbituric acid reaction according to the method of
Ohkawa et al. [20, 21]. The reaction mixture containing
50 pl of sample solution, 50 yl of 8.1% sodium dodecyl sulfate
(SDS) (Sigma-Aldrich, USA), 375 pul of 0.8% of thiobarbituric
acid (TBA) (Sigma-Aldrich, USA), 375 ul of 20% acetic acid
(Sigma-Aldrich, USA), and 150 ul of distilled water (DW)
was boiled at 95°C in the water bath for 60 minutes. After
boiling, it was cooled with tap water. Then, 250 ul of DW
and 1250 ul of the solution containing n-butanol and pyri-
dine (Merck, Germany) at the ratio of 15:1 were added,
mixed together, and centrifuged at 4000 rpm for 10 minutes.
The upper layer was separated and measured the absorbance
at 532 nm. 1,1,3,3-tetramethoxy propane (0-15 M) (Sigma-
Aldrich, USA) was served as standard, and the level of MDA
was expressed as ng/mg protein.

The determination of SOD activity was performed
according to the method of Sun et al. [22]. In brief, the assay
mixture containing 57mM phosphate buffer solution
(KH,PO,) (Sigma-Aldrich, USA), 0.1 mM EDTA (Sigma-
Aldrich, USA), 10mM cytochrome C (Sigma-Aldrich,
USA) solution, and 50 uM of xanthine (Sigma-Aldrich,
USA) solution at the volume of 200 ul was mixed with
20 pl of tissue sample. Then, 20 ul of xanthine oxidase
(0.90mU/ml) (Sigma-Aldrich, USA) solution was added
and the absorbance at 415nm was measured. SOD enzyme
(Sigma-Aldrich, USA) activities at the concentrations of 0-
25 units/ml were used as standard, and the results were
expressed as units/mg protein.

Catalase activity was determined based on the ability of
the enzyme to break down H,O,. In brief, 10 ul of sample
was mixed with the reaction mixture containing 50 ul of
30mM hydrogen peroxide (in 50mM phosphate buffer,
pH7.0) (BDH Chemicals Ltd, UK), 25 ul of H,SO, (Sigma-
Aldrich, USA), and 150 ul of 5mM KMnO, (Sigma-Aldrich,
USA). After mixing thoroughly, the optical density was mea-
sured at 490 nm [23]. CAT enzyme (Sigma-Aldrich, USA) at
the concentration range of 0-100 units/ml was used as stan-
dard, and the result was expressed as units/mg protein.

Glutathione peroxidase activity was also assessed. In
brief, a mixture containing a 20 ul of sample solution and
the reaction mixture consisting of 10 ul of 1 mM dithiothre-
itol (DTT) (Sigma-Aldrich, USA) in 6.67mM potassium
phosphate buffer (pH?7), 100 ul of 1mM sodium azide
(Sigma-Aldrich, USA) in 6.67mM potassium phosphate
buffer (pH7), 10 ul of 50mM glutathione (Sigma-Aldrich,
USA) solution, and 100 ul of 30% hydrogen peroxide
(BDH Chemicals Ltd, UK) were mixed thoroughly and
incubated at room temperature for 5 minutes. Then,
10 ul of 10mM DTNB (5,5-dithiobis-2-nitrobenzoic acid)
(Sigma-Aldrich, USA) was added and the optical density
at 412nm was recorded at 25°C over a period of 5min
[24]. The standard calibration curve was prepared by using
GSH-Px enzyme (Sigma-Aldrich, USA) at the concentra-
tion range of 0-5units/ml. GSH-Px activity was expressed
as units/mg protein.

2.12. Western Blotting Analysis. Anterior hippocampus of the
brain was suspended and homogenized in mammalian pro-
tein extraction reagent (M-PER; Pierce Protein Biology
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TasLE 1: The bioactive compounds and biological activities of microencapsulated mulberry fruit extract (MME).

Parameters Mul:;trrgyctfrmt m%fgi?:;?:&iﬂi:fi " Standard reference
Total phenolic compounds (mg GAE/mg extract) 80.00+0.98 103.89 £ 13.08 —

Flavonoids content (yg quercetin/mg extract) 8.89+0.13 26.56 +1.26™" —

DPPH (EC;,, mg/ml) 2.56+0.08 2.07£0.79 0.03 £0.01, ascorbic acid
FRAP (ECs,, mg/ml) 280.04 £3.14 192.79 £15.94 21.04 + 1.24, ascorbic acid
ABTS (ECs(, mg/ml) 4.08 +0.02 1.66 £ 0.08"* 0.20 +0.002, Trolox
AChEI (ECs,, mg/ml) 0.07 £0.002 0.05+0.003" 0.02 £0.001, donepezil

Data are presented as mean + SEM. *p value <0.05 and **p value < 0.01, compared between MME and mulberry fruit extract.

Product, Rockford, IL, USA), with protease inhibitor cocktail
(1:10) (Sigma-Aldrich, USA). Brain homogenate was sub-
jected to a 12,000g centrifugation process for 10 minutes at
4°C. The supernatant was isolated and used for the determi-
nation of protein and Erk expression. Protein concentration
was determined by using a Thermo Scientific NanoDrop
2000c  spectrophotometer (Thermo Fisher Scientific,
Wilmington, DE, USA). In addition, sixty micrograms of
tissue lysates was adjusted to an appropriate concentration
by using Tris-Glycine SDS-PAGE loading buffer (Bio-Rad,
USA) and heated at 95°C for 10 minutes. Protein in tissue
sample was isolated via sodium dodecyl sulfate-
polyacrylamide gel electrophoresis (SDS-PAGE) by loading
20 ul of tissue sample on SDS-polyacrylamide gel. Then,
the separated bands were transferred to nitrocellulose
membrane, washed with 0.05% TBS-T, and incubated in
blocking buffer (5% skim milk in 0.1% TBS-T) at room
temperature for 1 hour. After the blocking process, the
nitrocellulose membrane was incubated with anti-phospho-
Erk1/2 (Thr202/Tyr204) (Cell Signaling Technology, USA;
dilution 1:1000), anti-Erk1/2 (Cell Signaling Technology,
USA; dilution 1:1000) antibodies at room temperature for
2 hours. The nitrocellulose membrane was rinsed with
TBS-T (0.05%) again and incubated with anti-rabbit IgG,
HRP-linked antibody (Cell Signaling Technology, USA; dilu-
tion 1:2000) at room temperature for 1 hour. The bands
were visualized and quantitated by using the ECL detection
systems (GE Healthcare) and LAS-4000 luminescent image
analyzer (GE Healthcare). Band intensities were measured
for statistical analysis using ImageQuant TL v.7.0 image
analysis software (GE Healthcare). The expression was
normalized using anti-total ERK1/2. Data were presented as
a relative density to control normal diet group.

2.13. Statistical Analysis. All data are expressed as mean
+standard error of mean (SEM). Statistical significance was
evaluated by using one-way analysis of variance (ANOVA),
followed by Duncan’s post hoc test. The statistical signifi-
cance was regarded at p values < 0.05.

3. Results

3.1. Assessment of Bioactive Compounds and Biological
Activities. Table 1 showed that the contents of polyphenolic
compounds and flavonoids in mulberry fruit extract were
80+0.98mg of gallic acid equivalent (GAE)/mg sample

extract and 8.89+0.13 ug quercetin/mg sample extract
whereas the contents of the substances just mentioned in
microencapsulated mulberry fruit extract (MME) were
103.89+13.08 mg GAE/mg sample extract and 26.56
+1.26 ug quercetin/mg sample extract. The flavonoid con-
tent in MME is significantly higher than that in mulberry
fruit extract (p value < 0.01, compared between MME and
mulberry fruit extract). Half maximal effective concentration
(ECs,) of antioxidant evaluated via DPPH, FRAP, and ABTS
assays of mulberry fruit extract was 2.56 +0.08, 280.04 + 3.14,
and 4.08+0.02 mg/ml, respectively. EC;, of antioxidant
activity of MME assessed by DPPH, FRAP, and ABTS were
2.07£0.79, 192.79+15.94, and 1.66 + 0.08 mg/ml. Although
MME shows the potent antioxidant activity than mulberry
extract, the significant difference was observed only the
EC,, assessed via ABTS assay (p value < 0.01, compared
between MME and mulberry fruit extract). In addition, the
EC;, of antioxidant effect of MME assessed via the men-
tioned methods was very much higher than the reference.
EC;, of AChEI activity of a mulberry fruit extract was
0.07+0.002 while that of MME was 0.05+0.003 mg/ml.
Interestingly, EC;, of AChEI of MME was significantly
lower than that of mulberry extract (p value < 0.05, compared
between MME and mulberry fruit extract). In addition, this
value is close to the value of donepezil, a standard drug used
for treating dementia.

3.2. The Finger Print of Microencapsulated Mulberry Fruit
Extract. Figure 1 shows the fingerprint chromatogram of
mulberry fruit extract and microencapsulated mulberry fruit
extract (MME). The fingerprint chromatogram analysis
obtained from this study revealed that mulberry fruit extract
of 200 milligrams contained 253.04 + 3.92 g cyanidin-3-glu-
coside, 10.81+0.29 ug gallic acid, and 265.84+17.66 ug
quercetin-3-O-rutinoside whereas MME of 200 milligrams
contained of 293.62+4.90 ug cyanidin-3-glucoside, 9.08
+0.09 ug gallic acid, and 243.51+5.88 ug quercetin-3-O-
rutinoside. However, no significant difference in gallic acid
and quercetin-3-O-rutinoside contents between MME and
mulberry fruit extract was observed (p value > 0.05). Interest-
ingly, the cyanidin-3-glucoside content in MME is signifi-
cantly higher than that in mulberry fruit extract (p value <
0.05, compared between MME and mulberry fruit extract).

3.3. Effect of MME on Spatial Memory. The effect of MME on
escape latency was shown in Figure 2(a). After the single
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FI1GURE 1: The fingerprint chromatogram of mulberry fruit extract and microencapsulated mulberry fruit extract (MME).

administration, no significant differences among groups were
observed. When compared between rats which received
HCHEF diet and those which received normal diet, no signif-
icant change in escape latency was observed after 8 weeks of
treatment. However, HCHF diet induced the increased
escape latency in OVX rats (p value < 0.05, compared to con-
trol rats which received normal diet and vehicle). In addition,
OVX rats which received HCHF diet and received isoflavone
or received MME at doses of 10, 50, and 250 mg/kg signifi-
cantly decreased escape latency (p value < 0.05 all, compared
to OVX rats which received HCHF diet and vehicle).

Figure 2(b) shows the effect of MME on retention time.
After the single administration, HCHF diet failed to produce
the significant changes of retention time in both normal and
OVX rats. OVX rats which received a high dose of MME
significantly increased retention time after the single admin-
istration (p value < 0.01, compared to OVX rats which
received HCHF and vehicle). After 8 weeks of intervention,
it was found that HCHF failed to produce the significant
change in retention time in normal rats which received
vehicle. However, OVX rats which received HCHF diet sig-
nificantly decreased retention time (p value < 0.01, compared
to normal rats which received vehicle; p value < 0.001, com-
pared to normal rats which received HCHF diet). Both OVX
rats which fed with HCHF diet and received either isoflavone
or MME (all doses used in this study) significantly enhanced
retention time (p value < 0.01, 0.001, 0.001, and 0.001,
respectively, compared to OVX which received HCHF diet
and vehicle). Interestingly, MME at a dose of 250 mg/kg also
enhanced retention time better than normal rats which
received vehicle.

3.4. Effect of MME on Hippocampal Neuron. To further
explore the possible underlying mechanism of the memory-
enhancing effect of MME, the plasticity of the hippocampus
was assessed via the assessment of the neuron density in
CAl, CA2, CA3, and the dentate gyrus of the hippocampus
(Figure 3). It was found that normal rats which received
HCHF diet significantly decreased neuron density in CAl,
CA2, CA3, and dentate gyrus (p value < 0.001, 0.001, 0.01,

and 0.001, respectively, compared to normal rats which
received normal diet and vehicle). OVX rats which received
HCHEF diet also showed the reduction of neuron density in
all subregions mentioned earlier (p value < 0.001, 0.01, 0.01,
and 0.001, respectively, compared to normal rats which
received normal diet and vehicle). HCHF diet decreased the
neuron density in CA2 of OVX rats higher than normal rats
(p value < 0.05, compared between OVX rats which received
HCHEF diet and normal rats which received HCHF diet).
Isoflavone could counteract the reduction of neuron density
in CAl, CA2, CA3, and dentate gyrus in OVX rats which
fed with HCHF diet (p value < 0.05, 0.01, 0.05, and 0.01,
respectively, compared to OVX rats which received HCHF
diet and vehicle). MME at all doses used in this study also
enhanced neuron density in all subregions just mentioned
in OVX rats which received HCHF diet (p value < 0.01,
0.05, and 0.001; p value < 0.001 all; p value < 0.01, 0.01, and
0.001; 0.01, 0.001, and 0.001, respectively, compared to
OVX rats which received HCHF diet and vehicle). Interest-
ingly, the increased neuron density in CA2 and CA3 induced
by high dose of MME and the increased neuron density in
CA2 induced by the low dose of MME were higher than the
neuron density in the normal healthy rats which received
normal diet and vehicle.

3.5. Effect of MME on Oxidative Stress Status and AChE in the
Hippocampus. Table 2 shows the effect of MME on AChE
activity and oxidative stress markers including MDA level
and the activities of SOD, CAT, and GSH-Px. In this study,
the effect of MME on AChE was assessed in order to
indirectly indicate the effect on the available acetylcholine
(ACh) and cholinergic function. The current data showed
that HCHF diet failed to produce the significant change of
AChE in normal rats but it significantly increased AChE
activity in the hippocampus of OVX rats (p value < 0.001,
compared to normal rats which received normal diet and
vehicle; p value < 0.001, compared to normal rats which
received HCHF diet and vehicle). OVX rats which received
HCHF diet and isoflavone significantly decreased AChE
activity in the hippocampus (p value < 0.01, compared to
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F1GUREk 2: Effect of microencapsulated mulberry fruit extract (MME) on memory impairment via Morris Water Maze test ((a) escape latency
time, (b) retention time). Data are presented as mean + SEM (n = 6/group). *p value < 0.05 and **p value < 0.01, compared to control rats
which received normal diet and vehicle; bbbp value < 0.001, compared to normal rats which received HCHF diet and vehicle; and *p value
< 0.05, **p value < 0.01, ***p value < 0.001, compared to OVX rats which received HCHF and vehicle. ND: normal diet; HCHF: high-
carbohydrate high-fat diet; OVX-HCHF: ovariectomized plus high-carbohydrate high-fat diet; Iso: the isoflavone at dose of 15mgkg ™"

BW; MME10, 50, and 250: the microencapsulated mulberry fruit extract at dose of 10, 50, and 250 mgkg ™" BW, respectively.
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F1GURE 3: Effect of microencapsulated mulberry fruit extract on density of survival neurons in the various subregions of the hippocampus.
(a) Light microscope of coronal sections in CA1, CA2, CA3, and dentate gyrus of the hippocampus were stained with cresyl violet at 40x
magnification. (b) Density of survival neurons in CA1, CA2, CA3, and dentate gyrus of the hippocampus. Data are presented as mean
+SEM (n = 6/group). *p value < 0.01 and **p value < 0.001, compared to control rats which received normal diet and vehicle; °p value
< 0.05, compared to normal rats which received HCHF diet and vehicle; and *p value < 0.05, **p value < 0.01, ***p value < 0.001,
compared to OVX rats which received HCHF and vehicle. ND: normal diet; HCHF: high-carbohydrate high-fat diet; OVX-HCHF:
ovariectomized plus high-carbohydrate high-fat diet; Iso: the isoflavone at dose of 15mgkg™ BW; MMEI10, 50, and 250: the
microencapsulated mulberry fruit extract at dose of 10, 50, and 250 mg-kg™' BW, respectively.
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TaBLE 2: The effect of various doses of MME on acetylcholineseterase activity and oxidative stress markers in the hippocampus.
Treatment erou AChE activity MDA SOD CAT GSH-Px
group (nmol/min-mg protein) (ng/mg protein) (units/mg protein)  (units/mg protein)  (units/mg protein)
ND + vehicle 0.14+0.01 438+1.41 59.28 +6.40 780.07 + 104.63 10.86 + 1.04
HCHE + vehicle 0.17 +0.04 14.27 +2.36* 47.39 + 5.86% 517.12 + 53.99% 7.29+0.96%
OVX + HCHF + vehicle 0.43 +0.12%22bbb 11.85+0.85%  14.28+0.82%%%P% 207180 + 12,0420 3 64 4 (0 5222bbP
OVX + HCHE + isoflavone 0.19 +0.03* 7.05+0.69" 3074 +2.71° 411.66 +37.81° 4724042
15 mg/kg BW
OVX + HCHF + MME 0.20 +0.03"* 6.51+0.98" 38.15+2.53%" 446,31 +51.80°" 6.94+0.69"*
10 mg/kg BW
OVX + HCHF + MME 0.20 +0.03"* 493+0.61** 30.07 +0.56" 427.58+15.64°" 6.06 +0.36"
50 mg/kg BW
OVX + HCHF + MME 0.26 +0.02* 5.06 +0.69"* 31.40 + 1.64** 464.92 +38.16°* 7.27 +0.43"*
250 mg/kg BW

Data are presented as mean + SEM (n = 6/group). *p value < 0.05, **p value < 0.01, ***p value < 0.001, compared to control rats which received normal diet and
vehicle, ®°p value < 0.001, compared to normal rats which received HCHF diet and vehicle and *p value < 0.05, **p value < 0.01, ***p value < 0.001, compared

to OVX rats which received HCHF and vehicle.

OVX rats which received HCHF diet and vehicle). The
reduction of AChE in this area was also observed in
OVX rats which received MME at all doses used in this
study (p value < 0.01, 0.01, and 0.05, respectively, compared
to OVX rats which received HCHF diet and vehicle).
The decreased activities of SOD, CAT, and GSH-Px
(p value < 0.001 all, compared to normal rats which received
normal diet and vehicle; p value < 0.001 all, compared to
normal rats which received HCHF diet and vehicle) together
with the increased MDA level (p value < 0.01, compared to
normal rats which received normal diet) were also observed
in OVX rats which received HCHF diet. Isoflavone treatment
significantly increased SOD and CAT activities but decreased
MDA level in OVX rats which received HCHF (p value < 0.05
all, compared to OVX rats which received HCHF diet and
vehicle). MME at all doses used in this study also increased
SOD (p value < 0.001, 0.05, and 0.01, respectively, compared
to OVX rats which received HCHF diet and vehicle), CAT
(p value < 0.01 all, compared to OVX rats which received
HCHF diet and vehicle), and GSH-Px (p value < 0.01,
0.05, and 0.01, respectively, compared to OVX rats which
received HCHF diet and vehicle) but decreased MDA
level (p value < 0.05, 0.01, and 0.01, respectively, com-
pared to OVX rats which received HCHF diet and vehicle)
in hippocampus.

3.6. Effect of MME on the Phosphorylation of Erk in the
Hippocampus. Figure 4 shows the effect of MME on the phos-
phorylation of Erk in the hippocampus. It was found that
HCHF diet significantly decreased the phosphorylation of
Erk in the hippocampus of both normal rats and OVX rats
(p value < 0.001, compared to normal rats which received
normal diet and vehicle). However, the magnitude of change
in OVX rats was higher than that in normal rats (p value <
0.05, compared between normal rats which received HCHF
diet and vehicle and OVX rats which received HCHF diet
and vehicle). In addition, isoflavone and all doses of MME
could counteract the reduction of Erk phosphorylation

induced by HCHF diet in OVX rats (p value < 0.001, com-
pared to OVX rats which received HCHF diet and vehicle).

4. Discussion

The present study has demonstrated that encapsulated mul-
berry fruit extract contains more polyphenolic compounds
and flavonoid content. In addition, the biological activity
including antioxidant and AChEI activities of the encapsu-
lated mulberry fruit extract is also better than that of the mul-
berry fruit extract. In this study, both the mulberry fruit
extract and encapsulated mulberry fruit extract were deter-
mined the contents of phenolic compounds and flavonoids
2 weeks after the preparation. Based on the antioxidant and
AChEI of polyphenol [25, 26], the loss of some phenolic
compounds and flavonoid contents during storage may pos-
sibly involve with the different contents of both substances
mentioned earlier. The loss of phenolic compounds and fla-
vonoid contents of mulberry fruit extract during storage
due to environmental factors such as light and temperature
[27, 28] may probably be more than the losses of the men-
tioned substances of encapsulated mulberry fruit giving rise
to the higher contents of both substances in encapsulated
mulberry fruit extract than that in mulberry fruit extract.
Our data also clearly demonstrates that the encapsulated
mulberry fruit extract significantly improves spatial memory
in an animal model of menopause with metabolic syndrome.
Interestingly, the high dose of encapsulated mulberry fruit
extract can significantly enhance retention time after the sin-
gle administration while isoflavone fails to show the positive
modulation effect on this parameter after the single-dose
administration. However, at the end of the 8-week interven-
tion period, isoflavone and all doses of encapsulated mul-
berry fruit extract used in this study show the positive
modulation effect on spatial memory. Since the hippocampus
is the brain area that plays an important role in spatial mem-
ory [29, 30], the changes of parameters contributing the
important roles on learning and memory such as ACh [31]
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and oxidative stress [32] were also investigated in this area. It
has been found that in accompany with the improved spatial
memory, the decreased AChE and MDA level together with
the elevations of SOD, CAT, and GSH-Px were also present.
Accumulative lines of evidence have shown that oxidative
stress status in the hippocampus plays a pivotal role on the
neuron survival in the hippocampus and memory perfor-
mance [10, 29, 30]. Therefore, the improved learning and
memory impairment observed in this study may occur partly
via the improved function of cholinergic system via the

increase of ACh and the decreased oxidative stress status in
the hippocampus.

A pile of evidence has demonstrated that the brain
plasticity which contributes a crucial role on learning and
memory is associated with the neuron density in the hippo-
campus area [10, 33]. Therefore, the effects of encapsulated
mulberry fruit extract on neuron densities in CAl, CA2,
CA3, and dentate gyrus of the hippocampus were also
explored. Interestingly, all doses of encapsulated mulberry
fruit extract enhanced neuron density in all areas mentioned
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on an animal model of menopause with metabolic syndrome.

earlier. It has been reported that the phosphorylation of
extracellular signal-regulated kinase (ERK) also plays an
important role on the neuroprotection and brain plasticity
[34] so we also investigated the effect of encapsulated mul-
berry fruit extract on the phosphorylation of Erk. Our data
have revealed that encapsulated mulberry fruit extract-
treated rats also increased the phosphorylation of Erk. Taken
all data together, we suggested that the increased brain plas-
ticity which occurred via the increased phosphorylation of
Erk might also play a role on the memory-enhancing effect
of encapsulated mulberry fruit extract. Since, the increased
neuron densities induced by MME at low and high doses of
MME in CA2 and CA3 are higher than those in normal rats,
we suggest that MME at the mentioned dose might also
increase neurogenesis in the mentioned areas. However, fur-
ther exploration is required to confirm this event.

No dose-dependent responses were observed in this
study because the memory performance depended on many
factors, so no simple linear relationship between the concen-
trations of the tested substance and the observed parameters
was observed. In addition, the tested substance contained
numerous ingredients and the effect of active ingredient can
be masked by the others.

Based on the high contents of phenolic compounds such
as cyanidin-3-glucoside, gallic acid, and quercetin-3-O-ruti-
noside in microencapsulated mulberry fruit extract together
with the neuroprotection and memory-enhancing effects of
the substances just mentioned [35-39], the neuroprotection

and memory-enhancing effects of microencapsulated mul-
berry fruit extract observed in this study might be related to
the contents of aforementioned phenolic compounds. How-
ever, the modulation effect induced by the interaction effects
among various ingredients may also play the roles. Therefore,
the precise understanding concerning this aspect required
turther study.

In summary, Figure 5 shows that MME exerts the
memory-enhancing effect via multiple targets including the
improved cholinergic function and the brain plasticity.
MME can suppress AChE in the hippocampus which in turn
improves cholinergic function in this area resulting in the
improved memory performance. Moreover, MME also
enhances plasticity of the hippocampus via both the
decreased oxidative stress status and the increased Erk phos-
phorylation and finally giving rise to the improved memory.
Since the low and high doses of MME can also increase neu-
ron density in CA2 and CA3 than that in normal rats, MME
at the doses mentioned earlier may probably increase neuro-
genesis in both subregions mentioned earlier. However, this
point also requires further exploration.

5. Conclusion

Encapsulated mulberry fruit extract shows higher stability of
phenolic compounds including flavonoids giving rise to the
potent antioxidant and AChEIL The current preclinical data
also clearly show that it improves hippocampal plasticity
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and memory impairment in an animal model of experimen-
tal menopause with metabolic syndrome. Therefore, it may
be served as the potential candidate for neuroprotectant
and memory enhancer for menopausal women with meta-
bolic syndrome. However, further researches concerning
the possible active ingredients, the effect on neurogenesis,
and clinical trial are still essential.
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Despite great advances in therapies observed during the last decades, heart failure (HF) remained a major health problem in
western countries. In order to further improve symptoms and survival in patients with heart failure, novel therapeutic strategies
are needed. In some animal models of HF resveratrol (RES), it was able to prevent cardiac hypertrophy, contractile dysfunction,
and remodeling. Several molecular mechanisms are thought to be involved in its protective effects, such as inhibition of
prohypertrophic signaling molecules, improvement of myocardial Ca** handling, regulation of autophagy, and the reduction of
oxidative stress and inflammation. In our present study, we wished to further examine the effects of RES on prosurvival (Akt-1,
GSK-3f3) and stress signaling (p38-MAPK, ERK 1/2, and MKP-1) pathways, on oxidative stress (iNOS, COX-2 activity, and
ROS formation), and ultimately on left ventricular function, hypertrophy and fibrosis in a murine, and isoproterenol- (ISO-)
induced postinfarction heart failure model. RES treatment improved left ventricle function, decreased interstitial fibrosis, cardiac
hygertrophy, and the level of plasma BNP induced by ISO treatment. ISO also increased the activation of P38-MAPK, ERK1/
o Thri83-Tyr1s5  c¥ 2 iNOS, and ROS formation and decreased the phosphorylation of Akt-1, GSK-3, and MKP-1, which were
favorably influenced by RES. According to our results, regulation of these pathways may also contribute to the beneficial effects

of RES in HF.

1. Introduction

Despite significant advances in therapy, heart failure (HF) is
a constantly growing medical and social burden in western
societies. Pharmacological inhibition of the RAAS and the
adrenergic system resulted in substantial reduction in mor-
tality [1]. However, further blocking of the neuroendocrine
axis has failed to fulfill our hopes, so new ideas and
approaches are needed in the treatment of heart failure. Oxi-
dative stress is thought to play an important role in different
cardiac pathological conditions such as I/R injury, fibrosis,
cardiac hypertrophy, remodeling, and heart failure [2].
Excessive ROS may cause extensive oxidative damage to pro-
teins, DNA, and lipids resulting in damaged cardiomyocyte
functions including contractility, ion transport, and calcium

cycling [3]. Moreover, ROS induce different pathological
intracellular signaling pathways ultimately evoking apoptosis
and necrosis. Regulation of intracellular ROS formation and
modification of the stress responding signaling pathways
may prevent or slow pathological processes in HF [4].
Resveratrol (3,5,4’—trihydroxystilbene) (RES) (Figure 1) is
a natural phytoalexin found in a wide variety of plant species
including grapes and nuts and present in varying concentra-
tion in red wines [5]. Numerous experimental studies have
verified that RES interferes with several pathological pro-
cesses in different cardiovascular diseases such as myocardial
ischemia [6], myocarditis [7], cardiac hypertrophy [8], and
heart failure [4]. Multiple mechanisms have been proposed
to be responsible for the protective effects of RES in HF,
including reducing oxidative stress and inflammation [9, 10],
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FiGURE 1: Chemical structure of resveratrol (RES).

inhibiting pathological hypertrophic signaling [11], improv-
ing Ca*" handling [12], decreasing apoptosis, and modifying
autophagy through different intracellular pathways [13].

The aim of the present study was to further examine
RES in a postinfarction heart failure animal model, where
isoproterenol, a strong sympathetic agent, was used to
induce myocardial infarction, causing patchy, predomi-
nantly subendocardial necrosis and fibrosis [14]. We exam-
ined the effect of RES on left ventricular function, myocyte
hypertrophy, collagen deposition, ROS production, and
intracellular signaling pathways taking part in the process
of cardiac remodeling and heart failure.

2. Methods

2.1. Animals. Male 20-week-old Wistar rats (410-480 g) were
used for the experiments. The experiment was approved by
the Animal Research Review Committee of the University
of Pécs Medical School (Permit number: BA02/2000-2/
2010), and the animals received care according to the Guide
for the Care and Use of Laboratory Animals published by
the US National Institute of Health (NIH Publication
Number 85-23, revised 1996). The animals were housed
under standardized conditions, 12h dark-light cycle in
solid-bottomed polypropylene cages, and received commer-
cial rat chew ad libitum. Resveratrol of herbal origin (with
>98% t-resveratrol content) was purchased from Argina
Nutraceuticals (Fot, Hungary). Ethanol was used to prepare
a stock solution of RES which was added to 30 ml of drinking
water. We got a clean solution without any undissolved resi-
due. Dosage of RES was set to 15 mg/kg/day. After finishing
this first 30 ml of drinking water, the animals got clear water
for the rest of the day [15].

2.2. Experimental Protocol. The rats were treated twice on
two consecutive days with 80 mg/kg ISO (Sigma-Aldrich)
or vehicle (physiological saline solution) subcutaneously to
induce postinfarction remodeling as previously described.
The animals were divided into four groups: control group
(C) received clear water without ISO treatment; the second
group of rats received two subcutaneous injections of isopro-
terenol at the dosage of 80 mg/kg (ISO); ISO +RES group
(ISO + RES) received resveratrol with ISO treatment; and
the resveratrol group (RES) received resveratrol without
ISO treatment. RES inhibitor treatment was delayed 24 h to
avoid suppression of infarct size. At the end of the 8-week-
long period, body weights were measured, animals were
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sacrificed, and the hearts were removed. Atria and great ves-
sels were trimmed from the ventricles; the weight of the
ventricles was measured and normalized to body mass.
Afterward, ventricles were fixed in 10% formalin for his-
tology or freeze clamped for Western blot analysis [16].

2.3. Noninvasive Evaluation of Cardiac Structure and
Function. Transthoracic echocardiography was performed
under inhalation anesthesia at the beginning of the experi-
ment and on the day of sacrifice. The rats were lightly anes-
thetized with a mixture of 1.5% isoflurane and 98.5%
oxygen. The chest of the animals was shaved and acoustic
coupling gel was applied. The animals were imaged in the left
lateral position, and a warming pad was used to maintain
normothermia. Cardiac diameter and functions were mea-
sured from short and long axis views at the midpapillary
level using a VEVO 770 high-resolution ultrasound imaging
system (VisualSonics, Toronto, Canada), which is equipped
with a 25-MHz transducer. The investigators were blinded
to the treatment protocol. Left ventricular (LV), ejection
fraction (EF), LV end-diastolic volume, LV end-systolic
volume, and the thickness of the septum and posterior
wall were determined. EF (percentage) was calculated by
100 x [(LVEDV-LVESV)/LVEDV] [16, 17].

2.4. Histology. For histologic examination, ventricles were
fixed in formalin and sliced and embedded in paraffin.
Sections (5 um thick) were cut serially from the base to
apex. LV sections were stained with Masson’s trichrome
to detect interstitial fibrosis and quantified by the NIH
Image] image processing program via its color deconvolu-
tion plug-in [17].

2.5. Nitrotyrosine Immunohistochemical Staining. We per-
formed immunohistochemical staining for nitrotyrosine, a
nitro-oxidative stress marker, using a previously described
method. Extensively stained areas were also quantified using
the NIH Image] image processing program via its color
deconvolution plug-in [18].

2.6. Determination of Plasma B-Type Natriuretic Peptide
Level. Blood samples were collected into Vacutainer tubes
containing EDTA and aprotinin (0.6 IU/ml) and centrifuged
at 1600g for 15 minutes at 4°C to obtain plasma, which was
collected and kept at —70°C. Plasma B-type natriuretic
peptide-45 levels (BNP-45) were determined by enzyme
immunoassay method (BNP-45, Rat EIA Kit, Phoenix Phar-
maceuticals Inc., CA, USA) [17].

2.7. Western Blot Analysis. Fifty milligrams of heart samples
were homogenized in ice-cold Tris buffer (50 mmol/l,
pH8.0) containing 50 mM sodium vanadate and protease
inhibitor cocktail (Sigma-Aldrich Co., Budapest, Hungary)
and harvested in 2x concentrated SDS-polyacrylamide gel
electrophoresis sample buffer. To ensure the same protein
concentration in each well, protein levels were measured
with Nanodrop. GAPDH was used only as a representa-
tive loading control. Proteins were separated on 12%
SDS-polyacrylamide gel and transferred to nitrocellulose
membranes. After blocking (2h with 3% nonfat milk in
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TaBLE 1: Effects of RES and ISO on the gravimetric parameters.

Group Control RES ISO ISO +RES
Weight (g) 595.86 £15.15 596.00 £21.30 544.50 £11.63 593.86 £ 18.41
Ventricular weight (g) 1.33+£0.01 1.31+0.01 1.53 +0.02° 1.35+0.01"
Tibia length (mm) 51.43+0.72 51.57+0.72 50.86 +0.55 49.86 £0.35
Ventricular weight/body weight (mg/g) 2.25+0.06 2.21+0.08 2.81+0.06" 2.29+0.09*
Ventricular weight/tibia length (mg/mm) 26.03+0.47 25.33+0.33 29.96 +0.28" 27.02+0.13"

Eight weeks after ISO-induced myocardial infarction, body weight, mass of ventricles, and tibia length were measured. Ventricular weight/body weight
(mg/g) and ventricular weight/tibia length (mg/mm) ratios were calculated. The results are expressed as mean + SEM. “P < 0.05 versus control. *P < 0.05

versus 1SO.

Tris-buffered saline), membranes were probed overnight
at 4°C with antibodies recognizing the following antigens:
phosphospecific mitogen-activated protein (MAP) kinase
phosphatase-1 (MKP-1) Ser359 (1:1000), phosphospecific
Akt-1/protein kinase B-a Ser473 (1:1000), phosphospecific
glycogen synthase kinase (GSK)-38 Ser9 (1:1000), and
phosphospecific p38 mitogen-activated protein kinase (p38-
MAPK) Thr180-Gly-Tyr182 (1:1000), ERK1/2Thr183-Tyr185
COX-2 (1:1000), and iNOS (1:1000). Membranes were
washed six times for 5min in Tris-buffered saline (pH?7.5)
containing 0.2% Tween (TBST) before the addition of goat
anti-rabbit horseradish peroxidase-conjugated secondary
antibody (1:3000 dilution; Bio-Rad, Budapest, Hungary).
Membranes were washed six times for 5min in TBST, and
the antibody-antigen complexes were visualized by means
of enhanced chemiluminescence. The results of Western
blots were quantified using the NTH Image] program.

2.8. Statistical Analysis. Statistical analysis was performed by
analysis of variance, and all of the data were expressed as
the mean + SEM. The homogeneity of the groups was tested
by F-test (Levene’s test). There were no significant differ-
ences among the groups. Comparisons among groups were
made by one-way ANOVA followed by Bonferroni correc-
tion or Tukey HSD’s post hoc tests in SPSS for Windows,
version 21.0. All data are expressed as mean + SEM. A value
of P <0.05 was considered statistically significant.

3. Results

3.1. Resveratrol Treatment Improved the Gravimetric
Parameters in ISO-Induced Heart Failure Model. Body
weights did not differ significantly among the four groups
at the beginning or the end of the experiment. Gravimetric
measurements were performed and significantly elevated
ventricular weight (WV, g) as well as ventricular weight
normalized to body weight (WV/BW, mg/g) (C versus ISO,
P <0.05) and to tibia length (TL) (WV/TL, mg/mm) (C ver-
sus ISO, P < 0.05) were detected. Resveratrol treatment pre-
vented the unfavorable changes in gravimetric parameters
indicating hypertrophy in the ISO + RES group (ISO +RES
versus ISO, P < 0.05) (Table 1).

3.2. Resveratrol Decreased the Heart Failure-Induced
Elevation of Plasma BNP Level. 1SO administration led
to a significant increase in BNP level in the ISO group

BNP

#
0 ] I I
C RES 150

FiGUre 2: RES inhibited the heart failure-induced elevation of
plasma BNP level. Plasma BNP level was determined using an
ELISA method as described in Methods. C: control animals;
RES: animals treated with resveratrol for 8 weeks; ISO: animals
8 weeks after ISO administration; ISO + RES: animals treated
with resveratrol 8 weeks after ISO administration. Values are
mean + SEM, *P < 0.05 versus ISO, and *P < 0.05 versus C.

[ 38}
!

BNP level (ng/ml)

]

ISO + RES

8 weeks after myocardial infarction in our study (C versus
ISO, P < 0.05). However, resveratrol significantly attenuated
this response (ISO +RES versus ISO, P <0.05) suggesting
that resveratrol decreases the severity of postinfarction heart
failure. There was no significant difference between the C
and the RES groups (Figure 2).

3.3. Resveratrol Improved Left Ventricular Function and
Moderated Left Ventricular Hypertrophy in ISO-Treated
Rats. The echocardiographic parameters of the animals did
not differ significantly from each other at the beginning of
the study. Heart rate did not differ significantly during anes-
thesia among the groups. LVESV and LVIDs were signifi-
cantly higher in the ISO group (ISO versus C and ISO
versus RES P < 0.05). The thickness of the septum and poste-
rior wall and calculated LV mass were also higher in the ISO
group (indicating the presence of ventricular hypertrophy)
compared to the control group (ISO versus C, P < 0.05). Res-
veratrol treatment significantly reduced these unfavorable
alterations. Systolic left ventricular function (EF %) was sig-
nificantly lower in the ISO group (ISO versus C, P < 0.05),
and this deterioration was significantly improved by res-
veratrol administration (ISO versus ISO+RES, P <0.05)
(Table 2, Figure 3).
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TaBLE 2: Resveratrol improved left ventricular function in ISO-treated rats and reduced left ventricular hypertrophy.
Baseline C RES ISO ISO +RES

EF (%) 75.62+0.87 71.70 £1.61 72.47 +1.69 56.96 + 1.43" 67.49 +£1.14"
Septum (mm) 1.63 +0.05 1.65+0.10 1.61+£0.03 1.82+0.03 1.70 +0.02*
PW (mm) 1.57 £ 0.03 1.59+£0.07 1.59+£0.03 1.81+0.06" 1.60 +0.02"
LVIDd (mm) 8.19+0.11 8.44+0.22 8.43+0.17 7.88+£0.12 8.41+0.23
LVIDs (mm) 4.42+0.08 4.85+0.09 4.69+0.19 5.70 + 0.2 4.90+0.12"
LVEDV (ul) 364.23£10.38 393.36 £19.32 386.40 £16.82 365.54 £ 6.64 401.59 £ 18.63
LVESV (ul) 88.83£4.40 109.9 £4.53 106.14+7.26 157.71 +7.29" 130.27 £ 6.69"
LV mass (mg) 994.1+£21.8 1035.31 £59.79 1038.38 +44.44 1239.14 +76.5" 1041.85 + 35.50"

C: control group; RES: resveratrol group; ISO: isoproterenol-treated group; ISO + RES: ISO + resveratrol group. EF: ejection fraction; LVESV: left ventricular
end-systolic volume; LVEDV: left ventricular end-diastolic volume; LVIDd: diastolic left ventricular inner diameter; LVIDs: systolic left-ventricular inner
diameter. The results are expressed as mean + SEM. *P < 0.05 versus control. *P < 0.05 versus ISO.
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FIGURE 3: Representative echocardiographic M-mode images of left ventricles of animals from control, RES, ISO, and ISO + RES groups.

3.4. Resveratrol Decreased Interstitial Collagen Deposition in
the Mpyocardium. Marked scar tissue formation was
revealed by histological analysis after ISO stress in failing
rat hearts compared to the control group (P <0.05). Res-
veratrol treatment significantly decreased the extent of
interstitial fibrosis (P < 0.05). Resveratrol alone did not
cause any significant alterations in physiological conditions
related to myocardial hypertrophy or interstitial collagen
deposition (Figure 4(a)).

3.5. Effects of Resveratrol on the Oxidative Stress Marker
Nitrotyrosine. The presence of oxidative stress was con-
firmed in our rodent heart failure model by the measure-
ment of NT, which is a product of tyrosine nitration.
Almost no immunostaining for NT was observed in myo-
cardial sections of the control group. In contrast, in animals
with heart failure (ISO), immunostaining was significantly
more extensive (P < 0.05, C versus ISO), but this increase
was attenuated by RES treatment (P <0.05, ISO versus
ISO + RES; Figure 4(b)).

3.6. Resveratrol Favorably Influenced the Phosphorylation
of Akt-1%""" and GSK-38°" in Failing Myocardium. The
level of Akt-15"*7> was significantly higher in the RES and
ISO +RES groups compared to the control and ISO groups
(P <0.05), respectively. Although the level of Akt-1%*7

was significantly elevated in ISO-treated animals (ISO ver-
sus C P <0.05), the highest activities were observed in the
ISO + RES group (ISO versus ISO + RES P < 0.05). The level
of GSK-3$>*"" was also slightly elevated in the RES group
compared to the control group and significantly decreased
in ISO animals compared to control animals (P < 0.05, C
versus ISO). The elevation in the ISO+RES group was
significant compared to the ISO group too (P <0.05,
ISO+RES versus ISO). GAPDH was used as a loading
control (Figure 5).

3.7. Resveratrol Attenuated the Phosphorylation of p38-
MAPK™I80-Gh-Tyr182 g g ERK1/2™185 D185 gnd Increased
the Amount of MKP-1 in ISO-Stressed Hearts. The level of
phosphorylation of p38-MAPK™80-Cl-Tyr182 a4 ERK1/
ThrIS3TYEISS \vas significantly elevated in the ISO group
compared to the control group (C versus ISO P <0.05).
There was a significant reduction in the phosphorylation
level of p38-MAPK Pr180-Gly-Tyrl82 iy the SO+ RES group
versus the ISO group (P < 0.05, ISO versus ISO + RES). The
activation of ERK1/2TP 83 Y8 pas also  significantly
reduced in the ISO + RES group compared to the ISO group
(P <0.05, ISO versus ISO + RES). Consequently, the steady
state amount of MKP-1 was significantly elevated in the
ISO + RES group compared to the ISO group. Interestingly,



Oxidative Medicine and Cellular Longevity

Control

(®)

Masson’s trichrome

Al

#
RES 1SO ISO + RES

Area fraction %

z-j
0 -
C

Nitrotyrosine immunostaining

80 -

70 #

60 -
x *
§ 501
& 40
&
g 30
2

20 A

10 ] .

0 .
C RES 1SO ISO + RES

FIGURE 4: RES treatment moderated ISO-induced interstitial collagen deposition and protein nitrosylation in ISO-induced heart failure.
(a) Representative sections stained with Masson’s trichrome, scale bar: 500 ym, and magnification is10-fold. Control: age-matched control
rats. RES: age-matched animals treated with resveratrol for 8 weeks. ISO: age-matched animals 8 weeks after ISO administration.
ISO + RES: age-matched animals treated with resveratrol, 8 weeks after ISO administration. Values are mean +SEM, P <0.05 (ISO
versus control group), and P <0.05 (ISO+RES versus ISO group). (b) Representative immunohistochemical stainings for
nitrotyrosine (NT, brown staining, scale bar: 500 ym, and 10x magnification) in the myocardium of the following: control: age-matched
control rats; RES: age-matched animals treated with resveratrol for 8 weeks; ISO: age-matched animals 8 weeks after ISO administration;
and ISO + RES: age-matched animals treated with resveratrol, 8 weeks after ISO administration. Values are mean + SEM, P <0.05 (ISO

versus control group), and *P < 0.05 (ISO + RES versus ISO group).

there was a strong and significant elevation in the RES group
compared to the control group (P <0.05, C versus RES).
GAPDH was used as a loading control (Figure 6).

3.8. Resveratrol Decreased the Expression of COX-2 and iNOS.
The expression of COX-2 and iNOS was significantly ele-
vated in ISO compared to the control (P <0.05, C versus
ISO) and significantly decreased in ISO+RES compared
to ISO (P < 0.05, ISO versus ISO + RES). Although the acti-
vation level of COX-2 was markedly decreased in RES
compared to the control, the only significant difference
was between ISO +RES and ISO. GAPDH was used as a
loading control (Figure 7).

4. Discussion

Chakraborty et al. examined the protective effect of resveratrol
and atorvastatin and their combination on isoproterenol-
induced cardiac hypertrophy in rats. They found that RES
pretreatment was able to decrease infarct size and myocardial
necroenzyme level and restored myocardial endogenous

antioxidant level [19]. Moreover, our working group has pre-
viously demonstrated the beneficial effects of an alcohol-free
red wine extract in an isoproterenol-induced heart failure
model [8].

This time, we aimed to test the cardioprotective effect of
RES on oxidative stress and different signaling pathways in
an advanced stage of heart failure. Subcutaneous administra-
tion of ISO produces patchy myocardial necrosis with subse-
quent hypertrophy, fibrosis, and remodeling leading to heart
failure similar to that observed in patients after myocardial
infarction [20]. Plasma BNP levels (Figure 2), left ventricular
wall thickness, and dimensions were increased and the
systolic left ventricular function was significantly decreased
in ISO-treated animals. RES was capable of preserving LV
function and moderated the severity of heart failure
(Table 2). Excessive collagen deposition is the main histolog-
ical characteristic of ventricular remodeling. The damaged
myocardium is replaced by scar tissue stabilizing the ventric-
ular wall but leading to systolic and diastolic dysfunction and
arrhythmias. In our study, RES prevented the marked fibrosis
induced by ISO treatment (Figure 4(a)).
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F1GURE 5: Effect of resveratrol treatment on Akt-15*"? and GSK-33°". Representative Western blot analysis of Akt-15*"%, GSK-34°", and
p38-MAPK 180Gy Tyrl82 4nq phosphorylation and densitometric evaluation are shown. GAPDH was used as a loading control.
Representative blots and bar diagrams of three independent experiments are presented. C: control animals; RES: animals treated with
resveratrol for 8 weeks; ISO: animals 8 weeks after ISO administration; ISO + RES: animals treated with resveratrol, 8 weeks after ISO
administration. Values are mean + SEM, *P < 0.05 versus control, * P < 0.05 versus ISO, and ¥P < 0.05 (C versus RES).

There is a large amount of evidence that ROS release
plays a pivotal role in the development of heart failure
[21]. We observed increased immunohistochemical stain-
ing against nitrotyrosine (NT)—a marker of oxidative
stress—on ISO-treated animal heart samples, which was
significantly decreased by RES treatment (Figure 4(b))
indicating that RES was able to reduce myocardial ROS
production. This antioxidant property of RES was investi-
gated many times in different heart failure models including
hypertensive [22], pressure overload [23, 24], myocarditis
[7], or chemotherapy induced [25, 26] and genetic models
of HF [27].

Excessive ROS formation induces different intracellular
signaling pathways regulating cardiac remodeling, myocyte
survival, apoptosis, and necrosis [28]. Here, we investigated
the effect of RES on ERK 1/2, p38-MAPK, Akt-1, and
GSK-3f8 pathways which plays a critical role in cardiac
hypertrophy and ventricular dilatation [29], myocyte sur-
vival, apoptosis, autophagy, and necrosis [29-31]. Akt acti-
vation inhibits cardiomyocyte apoptosis and improves
surviving of cardiomyocytes in the ischemic heart [32].
Akt exerts its protective effect through phosphorylation of
the Bcl-2 family and GSK-3f [33]. Akt-1 is a key molecule
in the signaling of physiological hypertrophy, and it has a
pivotal role in the prevention of pathological cardiac
growth [29]. Interestingly, in our investigation, phosphory-
lation of Akt-1 and GSK-3 was elevated in all treated
groups compared to the control group and the highest level

of phosphorylation was in the ISO + RES group (Figure 5),
indicating that RES presumably further augments the stress
ISO-induced activity of endogenous prosurvival signaling
pathways. Xi et al. examined the effect of RES against
reperfusion injury on an isolated rat heart, and they also
found that the cardioprotective effect of RES involved the
increased phosphorylation of GSK-38 [11].

There are conflicting data in the literature regarding
the role of MAP kinases in the regulation of cell survival
[29, 30, 34-37]. A wide variety of extra and intracellular
stress signals can induce sequential phosphorylation and
activation of MAPK kinases via phosphorylation on both
threonine and tyrosine residues [31]. The effect of RES
on the activation of MAPK cascades was previously inves-
tigated on cardiomyocytes. Becatti et al. found that RES
protected cardiomyocytes from oxidative injury by SIRT1
overexpression by reducing p38-MAPK activity [38]. Lv
and Zhou demonstrated that RES attenuated cell death
and apoptosis induced by oxidative stress by upregulating
autophagy via inhibiting the p38 MAPK pathway [39].
In an animal study by Gao et al, they found that RES
ameliorated diabetes-induced cardiac dysfunction through
the ATIR-ERK/p38 MAPK signaling pathway [40]. We
investigated the phosphorylation (activation) of p38-
MAPK Thri80-Gly-Tyr182 o 4 pprey jpThri83-Tyrlss "oy n 5 oo
elevated in ISO-treated groups but RES significantly
decreased their activation (Figure 6). These changes were
probably due to the increased production of MAPK
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FIGURE 6: Effect of resveratrol treatment on the phosphorylation of p38-MAPK180-Gly-Tyr182 /gy pThri83-IyrI85 4 d on the amount of
MKP-1. Representative Western blot analysis of p38-MAPK™'80-C"Tyr182 "gRK1/2 phosphorylation, and MKP-1 level; a densitometric
evaluation is shown. GAPDH was used as a loading control. Representative blots and bar diagrams of three independent experiments
are presented. C: control animals; RES: animals treated with resveratrol for 8 weeks; ISO: animals 8 weeks after ISO administration;
ISO + RES: animals treated with resveratrol, 8 weeks after ISO administration. Values are mean +SEM, “P < 0.05 (control versus I1SO),

¥P <0.01 (C versus RES), and *P < 0.05 (ISO versus ISO + RES).

phosphatase-1 (MKP-1) which is the major regulator of
MAPKs [31, 37, 41]. In accordance with this, the amount
of MKP-1 was increased in the RES-treated groups com-
pared to untreated animals (Figure 6).

Whereas COX-1 plays a housekeeping role, COX-2
plays a major part in inflammation, atherosclerosis, and
tumor formation [42-44]. Previous studies showed that
COX-2 is upregulated by p38-MAPK and ERK1/2 [45].
Moreover, prolonged activation of COX-2 produces car-
diac cell death, leading to gradual loss of myocardial
function, and eventually heart failure. The effect of RES
on COX-2 activity was not investigated previously nei-
ther on cardiomyocytes nor on a heart failure animal
model. We found in our postinfarction animal model
that RES was able to reduce the activation of COX-2
induced by ISO treatment (Figure 7).

Previous in vivo animal and human studies demon-
strated the elevated expression of iNOS in heart failure
[46]. Overexpression of iNOS in the myocardium of mice
resulted in peroxynitrite generation [47-50], which was
also detected in our model and it has also been demon-
strated that elevated nitrotyrosine formation results in an
increase in iNOS levels, creating a vicious circle of harmful
effects [51]. Such evidence indicates that iNOS is also a
factor, in addition to COX-2, in the development of post-
infarction heart failure [52]. It has been shown that iNOS,
as well as COX-2 expression level, is strongly correlated
with the phosphorylation level of the MAPKs (p38-MAPK
and ERK1/2Thr183-1yr185) 153 551 Also, it has been reported
that flavonoids like quercetin, galangin, and apigenin can
downregulate iNOS expression by modulating enzyme activ-
ity related to signal transduction [56, 57]. In our study, the
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FiGure 7: Effect of resveratrol treatment on COX-2 and iNOS. Representative Western blot analysis of COX-2 and iNOS activation and
densitometric evaluation is shown. GAPDH was used as a loading control. Representative blots and bar diagrams of three independent
experiments are presented. C: control animals; RES: animals treated with resveratrol for 8 weeks; ISO: animals 8 weeks after ISO
administration; ISO + RES: animals treated with resveratrol, 8 weeks after ISO administration. Values are mean + SEM, P < 0.05 (control

versus ISO), and *P < 0.05 (ISO versus ISO + RES).

ISO-enhanced expression of iNOS was reduced by RES treat-
ment (Figure 7) indicating suppressed free radical formation.

5. Conclusion

The protective effects of the nutritional agent RES against the
development of postinfarction heart failure were investigated
in a murine model. RES improved the left ventricular func-
tion and decreased myocardial hypertrophy, fibrosis, and
the severity of heart failure. Moreover, RES decreased the
oxidative stress and favorably modified the activity of several
intracellular signaling pathways including Akt-1, GSK-3,
p38-MAPK, ERK1/2, MKP-1, COX-2, and iNOS. According
to our results, regulation of these pathways may also contrib-
ute to the beneficial effects of RES in HF.
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Beer is one of the most frequently consumed fermented beverages in the world, and it has been part of the human diet for thousands
of years. Scientific evidence obtained from the development of new techniques of food analysis over the last two decades suggests
that polyphenol intake derived from moderate beer consumption may play a positive role in different health outcomes including
osteoporosis and cardiovascular risk and the relief of vasomotor symptoms, which are commonly experienced during
menopause and are an important reason why women seek medical care during this period; here, we review the current
knowledge regarding moderate beer consumption and its possible effects on menopausal symptoms. The effect of polyphenol
intake on vasomotor symptoms in menopause may be driven by the direct interaction of the phenolic compounds present in
beer, such as 8-prenylnaringenin, 6-prenylnaringenin, and isoxanthohumol, with intracellular estrogen receptors that leads to
the modulation of gene expression, increase in sex hormone plasma concentrations, and thus modulation of physiological
hormone imbalance in menopausal women. Since traditional hormone replacement therapies increase health risks, alternative,
safer treatment options are needed to alleviate menopausal symptoms in women. The present work aims to review the current

data on this subject.

1. Introduction

Beer is one of the most frequently consumed alcoholic bever-
ages in the world. Beer consumption ranks first in Europe,
slightly above wine consumption, according to the World
Health Organization [1] and third amongst alcoholic bever-
age preferences in North America [2]. Archaeological
findings show that Chinese villagers brewed fermented alco-
holic drinks as far back as 7000 BC on a small individual
scale, with a production process and methods similar to those
of ancient Egypt and Mesopotamia [3]. Throughout human
history, products, ingredients, procedures, and techniques
have evolved due to technological advances and the imple-
mentation of industrialized processes [4] further enhancing
the long history of beer as a part of the human diet.

During the last two decades, scientific evidence has sug-
gested that moderate consumption of alcoholic beverages
has positive outcomes on different aspects of cardiovascular
risk, as evidenced by Nogueira et al. who correlated regular
daily intake of 330 ml of beer with positive changes in insulin
sensitivity and lipid profiles [5]. Fermented beverages have
also shown positive associations with different cardiovascular
disease endpoints such as coronary heart disease, peripheral
arterial disease, chronic heart failure, and stroke in which
regular moderate consumption of alcohol reduced the preva-
lence of adverse events [6], and fermented beverages have
shown anti-inflammatory properties [7]; these findings may
explain the benefits of regular and moderate alcohol intake
on cardiovascular disease risk [8-11]. In the last decade, the
development of new techniques for food analysis has allowed
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TasLE 1: Flavonoids contained in different types of beer.

Molecule Alcohol-free Mleﬁ? content (mg/100 mll))ark Regular
Chalcones

Xanthohumol 0.0003 0.0100 0.0300 0.0014
Flavanols

Catechin 0.1000 0.3300 0.0200 0.1100
Epicatechin 0.0056 0.0500 0.0100 0.0600
Procyanidin dimer B3 0.1600
Procyanidin trimer C2 0.0300
Prodelphinidin trimer C-GC-C 0.0200
Prodelphinidin trimer GC-C-C 0.0100
Prodelphinidin trimer GC-GC-C 0.0400
Prodelphinin dimer B3 0.1800
Flavanones

6-Geranylnaringenin 0.0011 0.0027 0.0004
6-Prenylaringenin 0.0007 0.0200 0.0200 0.0026
8-Prenylaringenin 0.0003 0.0044 0.0092 0.0010
Isoxanthohumol 0.0100 0.2100 0.1200 0.0400
Naringin 0.0008
Flavones

Apigenin 0.0042
Flavonols

3,7-Dimethylquercetin 0.0003
Myricetin 0.0007
Quercetin 0.0067
Quercetin 3-O-arabinoside 0.0006
Quercetin 3-O-rutinoside 0.0900
Isoflavonoids

Biochanin A 0.0005 0.0015
Daidzein 0.0005

Genistein 0.0010

Data from the Phenol-Explorer database [12].

the quantification of phenolic profiles [12], which, in turn,
has led to new studies suggesting that regular polyphenol
consumption might provide health benefits for menopausal
and postmenopausal women, reducing vasomotor symptoms
[13, 14] and osteoporosis [15].

Hop (Humulus lupulus L) is the ingredient used for beer
making and is rich in phenolic compounds. Mass spectrome-
try analysis show that it contains around 14.4% of phenolic
acids, flavonoids, proanthocyanidins, prenylated chalcones,
and catechins [16]. Furthermore, malt provides 70%-80% of
the total polyphenolic compounds found in beer [17]. It has
been shown through high-performance liquid chromatogra-
phy and posterior ultrasound separation that fermentation,
boiling, and the amount of hop used to manufacture beer sig-
nificantly influence the final polyphenol concentrations [18].

Menopause is induced by the permanent cessation of
menstruation due to the end of ovarian follicular activity.
This affects the physiology of women [19] and leads to a
diminished production of estradiol which is correlated with
the night sweats and hot flushes experienced by many

menopausal women [20]. According to the Menopause Epi-
demiology Study, in which 4402 women were surveyed, these
symptoms are one of the main reasons for women to seek
medical care and over-the-counter treatments that provide
some relief and improve the quality of life [21]. For the pres-
ent work, we review the current knowledge found through
online scientific libraries, PubMed and Scopus, regarding
moderate beer consumption, polyphenol intake from beer,
and their possible benefits for menopausal women.

2. Polyphenolic Compounds in Beer

Beer contains amino acids, carbohydrates, vitamins, min-
erals, and polyphenols. As mentioned above, beer contains
a diversity of polyphenols mainly derived from hops and
malt [16, 22]. Moreover, during the beer fermentation
process, a resin produced by hops that contains monoacyl-
phlorogucinols is converted into bitter acids such as humu-
lones and isohumulones. These molecules act as bioactive
antioxidants and provide additional beneficial effects [23].
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Tables 1-3 show the polyphenols found in different types of
beer. Malt contains many free and total (bound) polypheno-
lic compounds; according to composition analysis using a
liquid chromatography-antioxidant technique before and
after fermentation, the concentrations of polyphenolic com-
pounds may be increased by up to threefold after the fermen-
tation process [24]. The main polyphenolic compounds
present in beer are sinapic, ferulic, and caffeic acids. Vanillic
acids are present in bound and unbound forms while 4-
hydroxyphenylacetic and p-coumaric acids are present as
free forms [17]. The main phenolic acids found in beer are
shown in Figure 1.

3. Polyphenol Metabolites in Plasma

Analysis of polyphenol concentrations in plasma reveals that
after ingestion, beer goes through the gastrointestinal tract.
An estimated amount of between 5-10% of beer is absorbed
in the small intestine, with the remaining 90-95% continuing
on to the colon where it is further fermented by the gut
microbiota [25], increasing the amount of polyphenols
such as 4-hydroxyphenylacetic and vanillic acids absorbed
[26-28]. After being absorbed, polyphenols undergo hepatic
conjugation reactions with S-adenosyl methionine, sulfates,
glucuronates, or a combination of them [29]. After 30
minutes, the plasma levels of nonconjugated hydroxypheny-
lacetic acid significantly increase. Vanillic, caffeic, and ferulic
acid levels raise equally as conjugated and nonconjugated
forms, with a slight prevalence of sulfate over glucuronate
isoforms [30]. Composition analysis carried out in human
urine samples after ingestion of wine, tea, beer, or coffee
has shown that polyphenol compounds and metabolites such
as resveratrol [31], 4-O-methylgallic acid, isoferulic acid [32],
and isoxanthohumol [33] are excreted through renal filtra-
tion. Table 4 provides detailed information about the plasma
levels of polyphenol metabolites after the ingestion of beer.

4. Menopause: Physiology, Symptoms, and
Current Treatment

Menopause is defined as the permanent cessation of men-
struation as a direct result of the end of ovarian follicular
activity [35]. Follicular development is a cyclical process that
occurs on average every 28 days during reproductive life.
However, with age, these cycles become irregular and then
stop completely. This cessation causes abnormal fluctuations
of sex hormones, such as the follicle-stimulating hormone
(FSH), anti-Miillerian hormone, estrogen, and insulin-like
growth factors-I (ILGF-I), which eventually lead to physio-
logical and morphological changes in many organs and
systems in women [36].

These physiological changes induce different symptoms
and signs which are characteristic of menopausal women,
such as irregular bleeding, night sweats, hot flashes, tachycar-
dia, breast pain, lack of energy, dyspareunia, joint soreness,
atrophic vaginitis, interrupted sleeping patterns, anxiety,
mood swings, dry skin, and loss of libido [37, 38]. Moreover,
menopause may also predispose women to a series of risks,

TaBLE 2: Phenolic acids contained in different types of beer.

Mean content (mg/100 ml)

Molecule Alcohol- Ale  Dark Regular
free

Hydroxybenzoic acids

i,CGi;iDlhydroxybeanc 0.0900
2-Hydroxybenzoic acid 0.0011 0.2000
ei,CSi‘—iD1hydroxyben201c 0.0300
3-Hydroxybenzoic acid 0.0300
4-Hydroxybenzoic acid 0.0073  0.1100 0.0700 0.9600
Gallic acid 0.1100 0.0300 0.0700
Gallic 3-O-gallate 0.2600
Gentisic acid 0.0300
Protocatechuic acid 0.2700  0.0600 0.0400 0.0500
Syringic acid 0.1100 0.0200
Vanillic acid 0.0300 0.2900 0.1700 0.0700
Hydroxycinnamic acids

4-Caffeoylquinic acid 0.0100
5-Caffeoylquinic acid 0.0800
Caffeic acid 0.0100 0.0075 0.0300 0.0300
Ferulic acid 0.1200 0.3300 0.0900 0.2600
m-Coumaric acid 0.0200
o0-Coumaric acid 0.1500
p-Coumaric acid 0.4000  0.1200 0.0500 0.1000
Sinapic acid 0.0073 0.0700 0.0300 0.0200

Hydroxyphenylacetic acids

4-Hydroxyphenylacet1c 0.0300
acid

Homovanillic acid 0.0500

Data from the Phenol-Explorer database [12].

such as an increased risk of atherosclerosis [39-43], osteope-
nia, and osteoporosis [44, 45] (Figure 2).

Hot flashes are one of the most frequent symptoms
presented by women undergoing menopause. They have a
profound impact on the quality of life and increase health
costs [46]. Vasomotor symptoms represent one of the main
reasons why menopausal women seek medical care and
treatments in the hope of relieving their discomfort [47].
Hot flashes are the result of the brain’s response to dimin-
ished and fluctuating sex hormone concentrations that
occur in menopause [48, 49]. Mechanisms of temperature
homeostasis on the hypothalamus and peripheral vascula-
ture are influenced by different hormones such as ovarian
hormones, norepinephrine, and serotonin. Kronenberg
described the links between vasomotor symptoms and
different thermal, hormonal, and autonomic parameters,
demonstrating the relevance of hormones in the deregula-
tion of core body temperature that leads to hot flashes in
menopause [50].

Current menopausal treatment includes estrogen
hormone replacement therapy (HRT); selective estrogen
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TaBLE 3: Other phenolic compounds contained in beer.

Molecule Alcohol-free Mi‘lré conent (m/100 mll))ark Regular
2,3-Dihydroxy-1-guaiacylpropanone 0.0025 0.0034
3-Methylcatechol 0.0029 0.0001
4-Ethylcatechol 0.0010 0.0006
4-Hydroxycoumarin 0.1100
4-Methylcatechol 0.0022

4-Vinylguaiacol 0.0100 0.0300 0.1500
4-Vinylphenol 0.0300 0.0045
Catechol 0.0100 0.0011
Esculin 0.0200
Pyrogallol 0.0300 0.0047
Tyrosol 0.2700 0.3200
Umbelliferone 0.0017
Vanillin 0.0048 0.0200

Data from the Phenol-Explorer database [12].

O

W Tyrosol
B Others

B p-Coumaric
M Protocatechuic

(a)

M Ferulic
M Vanillic

M Others
(o)

W Isoxanthohumol

W Catechin
B Others

B Ferulic
M Vanillic

W Ferulic
B Others

B Tyrosol
B 4-Hydroxybenzoic

(d)

FIGURE 1: Main polyphenol content in different types of beer presented in percentages: (a) alcohol-free beer; (b) ale beer; (c) dark beer;

(d) regular beer.

receptor modulators, such as tamoxifen and raloxifene
[51]; and other medications such as selective serotonin
reuptake inhibitors that alleviate vasomotor symptoms
[52]. However, in different studies carried out in human
patients, it has been suggested that HRT has no benefit
in preventing cardiovascular disease and may even lead
to an increased risk of arterial and venous thrombotic
events [53], ovarian cancer [54], nonalcoholic steatohepati-
tis [55], and other diseases. These reports have encouraged

scientists to find alternative and safer treatment options for
menopausal symptoms.

5. Moderate Beer Intake and Health

Although it is well known that ethanol is a carcinogenic
substance for humans [56], several studies have shown that
regular and moderate intake of fermented beverages, such
as wine and beer, may be associated with different positive
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TaBLE 4: Mean plasmatic levels of polyphenolic metabolites after beer intake.
Polyphenolic metabolite Dose per day Mean concentration (plasma) T-Max (h) Ref.
Ferulic acid 500 ml 0.11 ymol/l 0.5 [34]
4-Hydroxyphenylacetic acid 500 ml 1.4 umol/l 0.5 [30]
Vanillic acid 500 ml 0.11 pmol/l 0.5 [30]
p-Coumaric acid 500 ml 0.05-0.07 ymol/l 0.5 [30]
Caffeic acid 500 ml 0.05-0.07 pmol/l 0.5 [30]

T-Max: time when maximal concentration is achieved.

(i) Anxiety
(ii) Mood swings
(iii) Diminished libido

(i) Tachycardia

(i) Dyspareunia | -~ ===
(ii) Atrophic vaginitis

(i) Hot flashes
(ii) Night sweats

_---| (i) Bone mineral loss

. (i) Joint soreness

\L Estrogen
\L Inhibin
J ILGE1

J AmH

T FsH

FIGURE 2: Sexual hormone status and common clinical manifestations in menopause. Insulin-like growth factor I (ILGF-I); anti-Miillerian

hormone (AMH); follicle-stimulating hormone (FSH).

health effects, such as the reduction in the risk of cardio-
vascular disease as evidenced by the J-shaped relation
found in wine [57] and beer [58] intake on cardiovascular
risk, the reduction in atheroma plaque formation [59],
prevention on different cancer types [23, 60, 61], and the
reduction in bone mineral loss that leads to osteoporosis
and osteopenia [15, 62]. The lack of evidence attributing
the same effects to spirit intake suggests that polyphenolic
compounds might play an important role in the beneficial
effects of moderate alcoholic beverage intake on several
health outcomes [63-66].

6. Beer and Menopause

Several intervention studies have evaluated the effects of beer
and menopause. An 8-week, randomized, double-blind,
cross-over trial showed that consuming 8-prenylnaringenin
(8-PN), a characteristic polyphenol from hops and beer,
resulted in a significant reduction in menopause symptoms
[14] and discomforts [67]. Vasomotor symptoms are
believed to be caused by a slight increase in body temperature
in conjunction with a smaller thermo-neutral zone [68].
These processes are controlled by a region of the anterior
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FIGURE 3: Mechanism of phytoestrogens. Like estrogen, phytoestrogen molecules travel through plasma and diffuse into the target cells, where
they bind to cytoplasmatic estrogen receptors (ER). The new molecule-ER complex then dimerizes and is translocated into the nucleus, where
it binds to specific promoters that decrease the expression of genes translating hormones such as follicle-stimulating hormone (FSH) and
luteinizing hormone (LH) and promote the translation of prolactin. The use of estrogen receptors by 17-b-estrogen and molecules such as
8-prenylaringenin, 6-prenylaringenin, and isoxanthohumol explains why these molecules can be used to decrease the intensity of many

classical symptoms of menopause.

hypothalamus called the thermoregulatory nucleus. This area
responds to sex hormones as shown by experimental models
with ovariectomized rats. These rats presented significant
differences in body temperature compared to a unovariecto-
mized control group, and the differences reversed when the
rats were treated with estrogens or clonidine, an alpha-
adrenoceptor used for vasomotor symptom treatment, sug-
gesting that temperature irregularities in menopause may
be due to changes in the sex hormone regulatory system
[69]. In the same animal model, low doses of approximately
400 pug/kg/day of 8-prenylnaringenin were also able to allevi-
ate menopausal vasomotor symptoms [70].

The effect of 8-prenylnaringenin may be explained by its
strong affinity for both alpha and beta estrogen receptors
(ER). The binding of 8-PN and the consequent activation of
ERs lead to the stimulation of alkaline phosphatase activity
and upregulate the activity of progesterone receptors and
presenelin-2 [14], both of which are estrogen-stimulated genes
(Figure 3). In addition, low doses of 8-prenylnaringenin
increase the libido of menopausal women [71].

The absorption of hop phenolic acid and the pharmaco-
kinetics and possible health benefits of hops have been

studied in women [72]; however, at present, no clinical trial
has assessed the effects of moderate beer consumption on
menopausal women.

7. Summary

Menopause is a physiological condition that causes signifi-
cant discomfort in many women around the world with the
presentation of a myriad of symptoms related to an imbal-
ance in sex hormone levels. Hot flashes and night sweats
are two of the most common clinical findings in menopausal
women that lead them to seek medical care. Since traditional
hormone replacement therapies increase health risks, alter-
native, safer treatment options are needed. Hop and beer
polyphenols seem to be an alternative to alleviate the
menopausal symptoms presented by women.

There is evidence that regular and moderate intake of the
polyphenols commonly found in hop and beer may help to
relieve many common symptoms presented by women
undergoing menopause. Said benefits can also be obtained
by menopausal women from regular alcohol-free beer con-
sumption, since ingredients used and most processes are



Oxidative Medicine and Cellular Longevity

shared between alcohol-free and regular beer. Alcohol-free
beer could provide women with all the same possible benefits,
without the risk of gastrointestinal pathologies and cancer
that frequent alcohol consumption represents to health.
Nonetheless, randomized intervention clinical trials are
needed to confirm their efficacy.
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Metabolic syndrome (MetS) is a cluster of cardiovascular risk factors which severely increases the risk of type II diabetes and
cardiovascular disease. Several epidemiological studies have observed a negative association between polyphenol intake and
MetS rates. Nevertheless, there are relatively small numbers of interventional studies evidencing this association. This review is
focused on human interventional trials with polyphenols as polyphenol-rich foods and dietary patterns rich in polyphenols in
patients with MetS. Current evidence suggests that polyphenol intake has the potential to alleviate MetS components by
decreasing body weight, blood pressure, and blood glucose and by improving lipid metabolism. Therefore, high intake of
polyphenol-rich foods such as nuts, fruits, vegetables, seasoning with aromatic plants, spices, and virgin olive oil may be the
cornerstone of a healthy diet preventing the development and progression of MetS, although there is no polyphenol or
polyphenol-rich food able to influence all MetS features. However, inconsistent results have been found in different trials, and

more long-term randomized trials are warranted to develop public health strategies to decrease MetS rates.

1. Introduction

Metabolic syndrome (MetS) is a cluster of cardiovascular risk
factors which severely increases the risk of type II diabetes [1]
and cardiovascular disease (CVD) [2, 3]. CVD and diabetes
are major causes of disability, whose prevalence is increasing
worldwide [4]. Therefore, strategies to decrease the onset and
progression of MetS and their associated pathologies are of
extreme interest.

In terms of the relationship between nutrition and MetS,
undernutrition and overnutrition from an energy balance
focus are the most studied topics, because a triggering factor
of MetS is obesity. Nevertheless, intense research from the last
decades has shown that not only energy balance but macro-
and micronutrient composition of the diet may influence
MetS onset and progression. On those grounds, diet is consid-
ered a major environmental insult contributing to the increase
in metabolic disease incidence, especially in younger individ-
uals, and current evidence highlights that the overall quality

diets such as the Mediterranean diet, the Nordic diet, and Die-
tary Approaches to Stop Hypertension (DASH) diets protect
against MetS or are even able to improve the MetS phenotype
[5-7]. A diet is a complex mixture of food and compounds
with multiple interactions and varying bioavailability, which
hampers the identification and isolation of the effect of one
single component in a total meal or diet. Although individual
dietary components have to be considered in the context of a
whole dietary pattern to evaluate their effects on MetS, phyto-
chemicals such as polyphenols and their metabolites have
been shown to modulate MetS through different mechanisms.

Polyphenols are biomolecules found in products from
plant origin and have been shown to exert antioxidant and
anti-inflammatory effects both in vitro and in vivo [8]. How-
ever, controlled trials in MetS subjects with single phenolic
compounds or specific food/beverage/extract do not provide
strong evidence for the promising protective effects of poly-
phenols on cardiovascular diseases as reported in numerous
animal and cell studies. This can be attributable to the peculiar
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FIGURE 1: Representative chemical structures of major groups of polyphenols. Adapted from Phenol-Explorer (http://phenol-explorer.eu/)

and Andres-Lacueva et al. [132].

characteristics of MetS patients, the use of overdoses in exper-
imental models compared to human trials, and the low
bioavailability of polyphenols in the small intestine (5 to 10%).

Therefore, the aim of this review is to update the
knowledge on the effects of polyphenol intake in MetS
patients, derived from interventional human studies with
polyphenols as polyphenol-rich foods and dietary patterns
rich in polyphenols.

2. Phenolic Compounds: Occurrence, Intake,
and Bioavailability

Polyphenols (phenolic compounds) are the most widely
distributed secondary metabolites from plants in dietary

sources. Although they are not considered essential micro-
nutrients, a huge body of literature evinces their beneficial
effects on human health, especially in diets associated with
high consumption of fruits and vegetables.

Polyphenols share a phenol carbon ring but have differ-
ent structures, and more than 500 different molecules have
been found in foods [9]. According to their chemical struc-
ture, they can be divided into two major groups: flavonoids
and nonflavonoids, with subsequent subgroups as depicted
in Figure 1. Table 1 displays the main sources of polyphenols
in the diet.

Worldwide consumption of polyphenols differs between
countries. For instance, mean polyphenol intake of an adult
subject is about 283-1000mg of total polyphenols/day in
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TaBLE 1: Major food sources of dietary polyphenols.

Food group Polyphenols
. Phenolic acids, stilbenes, flavonols, dihydroflavonols, anthocyanins, flavanol monomers (catechins),
Wine 3
and flavanol polymers (proanthocyanidins)
Beer Prenylated flavonoids, phenolic acids, simple phenols, flavanols, hydroxycoumarins, flavonols,
and flavones
Coffee Phenolic acids
Tea Catechins, phenolic acids, flavonols, and proanthocyanidins
Flavanols (catechins and proanthocyanidins), phenolic acids, flavonols,
Cocoa . . . .
some stilbenes, simple phenols, and isocoumarins

Vegetables Flavonols (kaempferol and quercetin derivatives) and hydroxycinnamic acids (cabbages)

Hydroxycinnamic acids, flavonols, and flavanones (tomatoes)

Flavonoids, phenolic acids, and capsaicinoids (pepper)
Hydroxycinnamic acids and anthocyanins (eggplant)
Hydroxycinnamic acids, flavones, and flavonols (leaf vegetables)
Flavonols such as quercetin (onions)
Phenolic acids (roots)

Anthocyanins, ellagitannins, and proanthocyanidins (berries)

Fruits Flavanone glycosides, polymethoxylated flavones, and traces of flavonols and hydroxycinnamic acids (citrus)
Chlorogenic acids, anthocyanins, flavonols, catechins, and proanthocyanidins (pommes and drupes)

Nuts Catechins, proanthocyanidins, ellagitannins, and ellagic acid
Pulses Proanthocyanidins, flavonols, flavanones, and hydroxycinnamic acids
Soy Isoflavonoids
Virgin or extra virgin olive oil Tyrosols

Sesame oil
Aromatic plants

Spices

Lignans and phenolic acids
Phenolic acids, flavones, phenolic diterpenes, and flavanones

Phenylpropenes, phenolic acids, flavones, and flavonols

Data extracted from Phenol-Explorer (http://phenol-explorer.eu/).

France [10, 11], 500-1100mg/day in Spain [12], about
700mg/d in Italy [13, 14], 890mg/day in Finland [15],
534 mg/day in Brazil [16], and around 1500 mg/day in Japan
[17], while total flavonoid intake is about 190 mg/day in
the UK and Ireland [18], about 240-350 mg/day in the
US [19, 20], around 450 mg/day in Australia [21], between
50 and 500 mg/day in China [22], and around 320 mg/day in
Korea [23]. In addition, there is a great variability in polyphe-
nol intake within countries depending on the type of diet
consumed. Because polyphenols are from plant origin,
vegetarians and vegans should have higher intakes of poly-
phenols than people who follow westernized diets. However,
in the US and Canada, coffee consumption is more determi-
nant in the amount of total polyphenol intake than the
dietary pattern itself [24].

Besides differences between countries and dietary pat-
terns, differences in polyphenol intake can also be attributed
to the analytical method used to quantify polyphenols in
foods. To determine polyphenol content in foods, there are
two main approaches: by measuring total polyphenol content
with the Folin-Ciocalteu colorimetric assay (by quantifying
the total reducing capacity of a sample) and by measuring
single polyphenols or metabolites by chromatographic tech-
niques [25]. The Folin-Ciocalteu method gives higher values
of polyphenols than chromatographic techniques because
several other reducing agents contained in foods such as
vitamin C or some nitrogen-containing compounds [26]
interfere in the quantification. Although it is an estimation

of total polyphenols, it should strictly be considered a mea-
surement of the in vitro antioxidant capacity of foods. On
the other hand, chromatographic techniques offer higher
sensitivity and sensibility than the colorimetric methods.

To determine polyphenol intake in humans, there are
also two different approaches: by determining biomarkers
of intake (namely, total polyphenols or single polyphenols
or their metabolites in biological samples with chromato-
graphic techniques or again with the Folin-Ciocalteu
method) or by estimating its intake.

The estimation of the intake of polyphenols is performed
by administering food frequency questionnaires or food
recalls to the study subjects and translating this information
to single or total polyphenols by using databases to calculate
polyphenol intake from consumed food. The major public
databases used for polyphenol content of foods and bever-
ages are the United States Department of Agriculture
(USDA) databases for flavonoids, proanthocyanidins, and
isoflavones and the Phenol-Explorer database. USDA data-
bases only present values for flavonoids, but Phenol-
Explorer is a more complete database because it gathers
information on all classes and types of polyphenols, includ-
ing their metabolites [27]. Nevertheless, this approach is
limited due to self-reporting bias and because of the seasonal
and geographical variability in the polyphenolic composition
of foods, the ripeness of the food at time of harvest and its
storage before consumption, and the limited data on the
polyphenolic composition of food databases. Moreover,


http://phenol-explorer.eu/
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TaBLE 2: Metabolic syndrome definition.

Cardiovascular risk factor Measurement Definition
Region Men Women
Asia >90 cm >80 cm
Central obesity Waist circumference . .
Europe, Africa, and Middle-East >94 cm >80 cm
America >102 cm >88 cm
Insulin resistance Fasting blood glucose >100 mg/dL (5.55 mmol/L)
Hypertension Blood pressure >130/85 mmHg
Dyslipidemia* Fasting blood triglycerides >150 mg/dL

Fasting blood HDL cholesterol

<50 and <40 mg/dL for women and men, respectively

According to the International Diabetes Federation (IDF), metabolic syndrome is defined as central obesity plus 2 or more cardiovascular risk factors [133], and
according to the American Heart Association (AHA), metabolic syndrome is defined by having 3 or more cardiovascular risk factors [134]. *High triglyceride
levels and low HDL cholesterol levels are considered independent risk factors for the definition of metabolic syndrome. HDL denotes high-density lipoprotein.

polyphenols are not homogeneously distributed within foods
but are usually concentrated in the outer layers. Therefore,
peeling or processing foods may substantially decrease its
polyphenol content [28]. In addition, cooking foods pro-
vokes either losses or increases in some polyphenol content
of foods [29].

The use of the Folin-Ciocalteu method carries the same
limitations described above, and thus, chromatographic
analyses provide the most reliable results, although only
few polyphenols and their metabolites have been quantified
in fluids or tissues. In addition, given the low bioavailability
of polyphenols (5-10%) [30] and that maximal plasma
concentrations are reached within the first two hours after
ingestion and fall to baseline levels within 8 to 12 hours
[31], 24 h urine provides a more accurate measure of the total
polyphenol absorption, metabolism, and excretion over a
24 h period, even for polyphenols with short half-lives [32].

3. The Metabolic Syndrome

MetS is a cluster of several interrelated and well-documented
cardiovascular risk factors (hyperglycemia, hypertension,
dyslipidemia, insulin resistance, and central adiposity) that
may provably result from the increasing prevalence of obesity
and seems to be triggered by insulin resistance [33]. Many
international organizations and expert groups, such as the
World Health Organization (WHO), the European Group
for the Study of Insulin Resistance (EGIR), the National
Cholesterol Education Program Adult Treatment Panel III
(NCEP-ATPIII), the American Association of Clinical Endo-
crinology (AACE), the International Diabetes Federation
(IDF), and the American Heart Association/National Heart,
Lung, and Blood Institute (AHA/NHLBI), have attempted
to incorporate all the different parameters used to define
MetS [34, 35]. However, the consensus definition of the
IDF [34] seems the most suitable for practical use in clinical
medicine, taking into account the incorporation of different
thresholds for different ethnicities as shown in Table 2,
recognizing that the risk associated with a particular waist
measurement will differ in different populations.

As depicted in Figure 2, MetS is a pathological condition
defined by a chronic, systemic, and low-grade inflammation

[36] and oxidative status and characterized by the cluster of
three or more independent CV risk factors, namely, abdom-
inal obesity, hyperglycemia/insulin resistance, hypertriglyc-
eridemia, low high-density lipoprotein (HDL) and/or high
low-density lipoprotein (LDL) cholesterol, and high blood
pressure [37], in which each factor contributes to the devel-
opment and progression of each other. Overall, this leads to
excessive tissue damage, endothelial dysfunction, thrombo-
sis, insulin resistance, and high blood pressure. Accumula-
tion of these cardiometabolic risk factors has been
associated with increased CVD [38], diabetes, some forms
of cancer, arthritis, neurodegenerative diseases [39], and all-
cause mortality [40]. The prevalence of both obesity and type
2 diabetes has increased dramatically in recent decades
worldwide, and both conditions represent substantial risk
factors for the development of atherosclerotic disease and
the resulting increased incidence of myocardial infarction
and stroke [41].

Worldwide prevalence of MetS ranges between 10 and
84% depending on the ethnicity, age, gender, and race of
the population [3, 42, 43]. As an average, one-quarter of the
world’s population has MetS [44]. Therefore, MetS has been
highlighted as a major socioeconomic problem throughout
the world.

4, Effects of Polyphenol Intake on the
Metabolic Syndrome

Considering that a pro-oxidant status and low-grade chronic
inflammation are hallmarks of MetS and that its severity
seems to depend on the prevalent number of components
of MetS, polyphenols appear as good dietary candidates to
prevent MetS progression given their well-described antioxi-
dant and anti-inflammatory actions [45]. Furthermore, poly-
phenols have been shown to improve insulin resistance [46],
to decrease blood pressure [47] and body weight [48], and to
improve the lipid profile [49]. Nevertheless, dietary strategies
may be less effective for patients with a cluster of risk factors
of MetS as a whole than for those patients with one or two
risk factors. Along this line, the effects of polyphenol intake
on healthy volunteers or low-moderate CV risk patients
may differ from those on patients with MetS because of
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FI1GURE 2: Pathological processes involved in the metabolic syndrome and their potential interactions.

their pathological characteristics. Thus, the results reported
in humans are still inconsistent, and the metabolic benefits
of polyphenols may strongly depend on the population
studied. For instance, urolithins are the microbial metabo-
lites of ellagitannin. Ellagitannin-metabolizing phenotypes
(urolithin metabotypes A, B, and 0) differ among individ-
uals depending on their body mass index. In fact, urolithin
A in MetS patients only correlated inversely with glucose
after intake of 30 g of nuts, while in healthy and overweight
patients, urolithin A positively correlated with apolipopro-
tein A-I and HDL cholesterol after the intake of nuts
[50]. Along the same line, a systematic review on the effects
of grape polyphenols on MetS components [51] shows dif-
ferential effects of grape polyphenols on MetS components
according to the number of components in each patient.
Moreover, in healthy volunteers, extra virgin olive oil con-
sumption improved glycemia, insulin sensitivity, and the
inflammatory phenotype, but these effects were observed
in a significantly lesser extent in MetS patients [52]. A
recent systematic review also postulates that polyphenols
are effective in reducing some MetS features, but there is
no single food, extract, or polyphenol able to act on all
MetS features [53], suggesting that the whole dietary pat-
tern and not food or extract supplements may contribute
in controlling MetS progression. Considering their low
bioavailability and metabolism, the protective functions of

polyphenols may become effective only through frequent
and sustained intake at a long term, in the context of a
healthy and diversified diet. Given the complex nature of
MetS, we aimed to review the modulation of MetS features
by polyphenol intake with a special focus on MetS
patients, defined according to the IDF, beyond their anti-
inflammatory and antioxidant effects.

4.1. Epidemiological Evidence

4.1.1. Association between Polyphenol Intake and Central
Obesity. In the past decades, polyphenols have attracted
media interest because of their potential effects on lipid and
energy metabolism and on reducing body weight. Several
in vitro and animal studies have proposed different mecha-
nisms by which polyphenols could play a potential role in
reducing obesity, but few cohort studies have evaluated the
association between polyphenol intake and body weight. In
addition, interventional trials are very limited too.

In a Chinese cohort, regular tea consumers showed less
percentage of body fat and waist-to-hip ratio compared to
subjects who did not consume tea on a regular basis [54]. A
longitudinal analysis from the Netherlands Cohort Study
has shown that increased intake of flavones, flavonols, and
catechins is associated with a lower increased body mass
index (BMI) associated with age in women but not in men



[55]. Chocolate intake in a cohort of subjects under statin
treatment without known cardiovascular disease or diabetes
was associated with lower BMI, despite that higher chocolate
intake was associated with higher calorie and saturated fat
intake [56]. However, as recently reviewed, resveratrol intake
does not mediate body weight loss in overweight/obese
patients, showing a great difference in the response to resver-
atrol intake between animal and human studies [57].

Despite the potential effects of polyphenols on reducing
body weight, a recent systematic review points out that the
weight loss induced by polyphenols is not clinically relevant
in overweight and obese individuals [58]. In addition, many
of the interventional trials have a duration of less than 3
months, and therefore, long-term randomized interventional
trials are needed to properly elucidate the role of polyphenols
in weight loss and obesity prevention.

4.1.2. Association between Polyphenol Intake and Insulin
Resistance. Polyphenol intake has been related to decreased
risk of insulin resistance and type 2 diabetes. In a Mediterra-
nean cohort at high cardiovascular risk, total polyphenol,
total flavonoid (flavanones and dihydroflavonols), and stil-
bene intake was associated with decreased risk of type 2 dia-
betes [12]. In the Nurses’ Health Studies (NHS) I and II,
urinary excretion of flavanones (naringenin and hesperetin)
and flavonols (quercetin and isorhamnetin), as well as caffeic
acid, was associated with about 39%-48% decreased risk of
type 2 diabetes at a middle term (5 years) but not at a long
term (up to 11 years) [59]. In this study, only hesperetin
was associated with decreased long-term risk of type 2 diabe-
tes. However, in another substudy of women from the NHS I
and II and men from the Health Professionals Follow-up
Study, higher intakes of anthocyanins, but not of total flavo-
noids or other flavonoid subclasses, were significantly associ-
ated with lower risk of type 2 diabetes [60]. Oppositely, the
European Prospective Investigation into Cancer and Nutri-
tion- (EPIC-) InterAct case-cohort study observed that
flavan-3-ol monomers and proanthocyanidin dimers and tri-
mers, but not proanthocyanidins with greater polymerization
degrees, were associated with decreased risk of type 2 diabe-
tes [61]. Nevertheless, the Iowa Women’s Health Study
found no association between flavonoid consumption and
the risk of type 2 diabetes [62], in accordance with the
Women’s Health Study [63], in which dietary intake of total
flavonols and flavones, quercetin, kaempferol, myricetin,
apigenin, and luteolin was not associated with decreased risk
of type 2 diabetes. However, apple and tea consumption
was associated with lower risk of type 2 diabetes. In this
line, green tea (but not black tea) intake of more than 3
cups/day has been inversely associated with type 2 diabetes
risk in a Japanese cohort [64]. On the other hand, the
relationship between coffee intake and type 2 diabetes is a
matter of controversy [65].

4.1.3.  Association  between  Polyphenol Intake and
Dyslipidemia. A meta-analysis has shown that green tea but
not black tea [66] consumption decreases total and LDL cho-
lesterol [67] with no effects on HDL cholesterol, although
some studies observed that green tea consumption increased

Oxidative Medicine and Cellular Longevity

HDL cholesterol levels [68]. In the TOSCA.IT study with
type 2 diabetic patients, high polyphenol intake is associated
with slightly lower levels of LDL and triglycerides and higher
levels of HDL cholesterol [14]. In the Moli-sani cohort,
higher intakes of polyphenols were associated with lower
total and LDL cholesterol, lower triglycerides, and higher
levels of HDL cholesterol [69]. In the PREDIMED cohort,
increased polyphenol intake at 5 years measured by total
urinary polyphenol excretion was inversely associated with
triglyceride levels but not with total, LDL, or HDL cholesterol
levels [70]. In a subset of the NHANES cohort, urinary enter-
olignan concentrations (enterolactone and enterodiol) were
associated with increased levels of HDL cholesterol and
decreased levels of triglycerides, but no association was found
for total or HDL cholesterol [71]. In a subset cohort of the
ATHENA study, total polyphenol and anthocyanin intakes
were not associated with an improved lipid profile, but indi-
viduals with the serum paraoxonase/arylesterase 1 single-
nucleotide polymorphisms rs854549 and rs854552 showed
a positive association between HDL cholesterol levels and
total polyphenol and anthocyanin intakes [72].

4.1.4.  Association between  Polyphenol Intake and
Hypertension. Several observational studies have revealed a
positive correlation between greater intake of fruits and veg-
etables and a decreased prevalence of hypertension (reviewed
in [73]). In a Mediterranean population at high cardiovascu-
lar risk, total polyphenol intake measured by urinary poly-
phenol excretion was associated with lower blood pressure
levels and lower prevalence of hypertension [74]. However,
in a Brazilian cohort, an inverse relationship was found for
hypertension and intake of lignans, stilbenes, tyrosols, alkyl-
phenols, and other polyphenols, but not for total polyphenol,
flavonoid, or phenolic acid intake [75]. A meta-analysis of
the effects of hibiscus tea showed that supplementation with
this sour tea decreased blood pressure levels [76], and
another meta-analysis has shown that green tea consumption
decreases systolic blood pressure, although the size of the
effects appears to be relatively small (about 2 mmHg) [67]
in accordance with another meta-analysis [77]. High intake
of blueberries and strawberries (rich in anthocyanins) has
been associated with decreased risk of hypertension in sub-
sets of the cohorts of women from the NHS I and II and
men from the Health Professionals Follow-up Study (HPFS)
[78]. Furthermore, in a cross-sectional study on women aged
18-75 years old, higher anthocyanin intake, but not intake of
other flavonoids, was associated with lower systolic blood
pressure and mean arterial pressure, whereas anthocyanin
and flavone intake was associated with lower pulse wave
velocity [79]. However, a recent meta-analysis pinpoints that
blueberry supplementation (and consequently anthocyanin
supplementation) does not decrease blood pressure [80].
Therefore polyphenols, and specifically flavonoids, show
potential antihypertensive effects, which may differ in rela-
tion to the disease status (healthy versus pre-hypertensive
versus hypertensive individuals).

4.1.5. Association between Polyphenol Intake and the
Metabolic Syndrome. Several epidemiological studies have
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observed a negative association between polyphenol intake
and MetS rates. In a cross-sectional study comprising
more than 8800 subjects, BMI, waist circumference, blood
pressure, and triglycerides were significantly lower among
individuals in the higher quartiles of polyphenol intake,
assessed by food frequency questionnaires. In addition, the
odds ratio for MetS was about 0.75 for subjects at the highest
quartile of polyphenol intake [81].

Coffee consumption has been inversely associated with
the prevalence of MetS in Korean women [82] and Japanese
[83] and Danish men and women [84], although these asso-
ciations may vary depending on the body mass index [85].

Tea drinking, especially 240 ml or more of tea daily, was
inversely associated with incidence of MetS in elderly
Taiwanese males [86]. A cross-sectional study of US adults
showed that intake of hot (brewed) tea, but not of iced tea,
was inversely associated with obesity and biomarkers of MetS
and CVDs [87]. On the other hand, a cross-sectional study of
a Japanese cohort observed no such association [83].

In a Spanish cohort, moderate red wine consumption was
negatively associated with MetS prevalence, accompanied by
reduced waist circumference, blood pressure, and fasting glu-
cose and higher HDL levels [88]. On the other hand, in
another Spanish cohort, no relationship was found between
wine consumption and MetS prevalence, but beer consump-
tion was associated with higher risk for MS [89].

Overall, epidemiologic data is very useful from a
hypothesis-generating perspective, but usually, nutritional
data relies on the transformation of food frequency question-
naires to food or single polyphenol intake, and large epidemi-
ological trials do not often use reliable biomarkers of intake.
Therefore, caution should be taken when interpreting epide-
miological data.

4.2. Evidences from Interventional Studies. As previously
stated, MetS is triggered by a maintained pro-oxidant status
and low-grade chronic inflammation. Therefore, antioxidant
and anti-inflammatory compounds may appear protective
for the MetS onset and progression, but despite the well-
known antioxidant effects of polyphenols in vitro in numer-
ous clinical studies, antioxidant and anti-inflammatory
effects were not significant after polyphenol supplementation
in patients with MetS (reviewed in [53]).

4.2.1. Antioxidant Activity of Polyphenols. In MetS women,
480mL/day of cranberry juice for 8 weeks increased plasma
antioxidant capacity and decreased oxidized LDL and mal-
ondialdehyde [90], and 50 g freeze-dried blueberries for eight
weeks decreased serum oxidized LDL and malondialdehyde
and increased hydroxynonenal concentrations in both men
and women with MetS [91]. However, in women with MetS,
22 g freeze-dried blueberry powder for eight weeks showed
no effect on superoxide dismutase levels [92], but 300 mL/
day of pomegranate juice for 6 weeks decreased the levels of
thiobarbituric acid reactive substances (TBARS) in erythro-
cytes [93]. MetS patients receiving 10 mL/day of extra virgin
olive oil showed increased total radical-trapping antioxidant
parameter (TRAP)/uric acid ratio, but no effects were
observed on the levels of hydroperoxide, advanced oxidation

protein product (AOPP) or AOPP/TRAP, and TRAP/AOPP
indexes [94].

In MetS patients, a Mediterranean diet for five years sup-
plemented with extra virgin olive oil or nuts increased plasma
levels and activity of superoxide dismutase and catalase,
increased levels of nitrates, and decreased xanthine oxidase
activity [95], and a Mediterranean-style diet for 3 months
decreased lipid and protein oxidation and increased plasma,
erythrocyte, and platelet antioxidant enzymes [96].

The antioxidant potential of polyphenols is defined by
their chemical structure, the number and position of
hydroxyl groups, conjugation groups, degree of glycosyla-
tion, and the presence of donor electrons in the ring struc-
ture, considering that the aromatic group is able to endure
the disappearance of electrons. However, whether the effects
of polyphenols are relevant in oxidative stress remains to be
elucidated. Despite their low bioavailability and rapid metab-
olism and elimination, the antioxidant effects of polyphenols
may be of potential clinical relevance when considered in the
context of a diet rich in fruits and vegetables. However, being
polyphenol-rich foods and also antioxidant vitamin-rich
foods, the antioxidant activity observed in these trials may
be a sum of the effects of antioxidant vitamins and polyphe-
nols, because polyphenols represent <1-2% of the plasma
antioxidants, which include proteins, ascorbate, tocopherol,
carotenoids, bilirubin, uric acid, and several other com-
pounds [97]. Therefore, polyphenols may exert their protec-
tive effects far beyond their antioxidant activity.

4.2.2. Anti-Inflammatory Activity of Polyphenols. Besides the
antioxidant activity of polyphenols, they exert effects on
enzymes, cell signaling pathways, and gene expression
related to inflammation that may better explain their benefi-
cial effects on endothelial function, metabolic disturbances,
and vascular inflammation. Berry supplementation in the
form of juice, powder, or extract has been shown to decrease
serum levels of interleukin- (IL-) 12, monocyte expression of
monocyte-to-macrophage differentiation-associated (MMD)
and C-C motif chemokine receptor 2 (CCR2), and the overall
inflammation score [98] and to improve endothelial function
measured by the reactive hyperemia index [99] in MetS
patients. However, in those patients, berry supplementation
had no effect on C-reactive protein (CRP) [91, 92], intercellu-
lar adhesion molecule-1 (ICAM-1), vascular adhesion
molecule-1 (VCAM-1), adiponectin [91], IL-6 [90], CRP,
tumor necrosis factor- (TNF-) &, or monocyte chemopro-
tein- (MCP-) 1 [100]. On the other hand, men with MetS
show decreased ICAM-1 levels and increased flow-
mediated dilation after 46 g/day of freeze-dried grape poly-
phenol powder for 30 days [101], and green tea supplemen-
tation for eight weeks through infusion or powder did not
significantly modify serum levels of adiponectin, CRP, IL-6,
IL-1f3, VCAM-1, ICAM-1, leptin, or leptin : adiponectin ratio
[102] in both men and women with MetS. In those patients, a
Mediterranean-style diet for 3 months decreased CRP levels
[96] and serum concentrations of IL-6, IL-7, and IL-18 and
increased the endothelial function score after 2 years [103].
These controversial results may partly be explained by differ-
ences in polyphenol doses in each trial and also suggest that



MetS should be addressed through a multifactorial approach
considering the whole dietary pattern and also increased
physical activity, known to be a good anti-inflammatory
strategy [104].

4.2.3. Acute Interventions with Polyphenol-Rich Foods in
Patients with Metabolic Syndrome. As pinpointed in a previ-
ous section, given the low bioavailability of polyphenols and
that maximal plasma concentrations are reached within the
first two hours after ingestion and fall to baseline levels
within 8 to 12 hours, the protective effects of polyphenols
may be reached through a long-term regular, daily basis
consumption. However, minimizing postprandial metabolic
stress may help in the control of the chronic progression of
MetS. Therefore, polyphenols may be more active when
consumed in the principal meals, which provokes greater
postprandial metabolic stress. While several studies reported
beneficial postprandial effects of polyphenol intake on
healthy subjects or on subjects with one or two cardiovascu-
lar risk factors, very few acute interventional trials have been
performed in MetS patients. Diets rich in polyphenols have
been shown to decrease postprandial triglyceride total area
under the curve in plasma and large VLDLs, as well as to
decrease 24 h urinary 8-isoprostane in these patients [105].
Acute intake of extra virgin olive oil improved glycemia
and insulin sensitivity in healthy subjects but not in MetS
patients. In addition, the authors observed that acute extra
virgin olive oil consumption switched peripheral blood
mononuclear cells to a less deleterious inflammatory phe-
notype, but weaker effects were observed in patients with
MetS [52]. Taking into account these differences and given
the fact that MetS could affect polyphenol bioavailability
as shown in rats [106], more acute interventional trials in
MetS patients are warranted in order to elucidate the capabil-
ity of polyphenols to minimize postprandial metabolic stress
in MetS patients.

4.2.4. Long-Term Interventions with Polyphenol-Rich Foods
in Patients with Metabolic Syndrome. On the other hand,
clinical trials are currently the best approach to demonstrate
the effects of foods or food compounds such as polyphenols
on human health. Nevertheless, it has to be taken into
account that the fact that a food or a single polyphenol mod-
ulates some or several biomarkers related to MetS may not
imply an improvement of the MetS progression itself. In
addition, while several randomized trials have evaluated the
effects of polyphenols on patients with abdominal obesity
and or some of the MetS components, few randomized trials
have evaluated the effects of polyphenols on MetS patients.
Therefore, more and large randomized trials are needed
to definitively elucidate the role of polyphenols on MetS.
In this subsection and in Table 3, the main clinical trials
on polyphenols and MetS are summarized.

(1) Fruit Polyphenols. Berries are very rich in anthocyanins,
being pelargonidin, cyanidin, delphinidin, petunidin, peoni-
din, and malvidin the most predominant. Randomized trials
analyzing the effect of berry consumption (as fresh fruit,
juice, or extracts) are performed at a relatively short term,
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and therefore, their long-term effects still remain unknown.
Blueberry consumption has been shown to decrease blood
pressure [92] and oxidative stress [91] and improve endothe-
lial function [99] and insulin sensitivity [100] in MetS
patients. On the other hand, inconsistent results have been
found for other berries in the improvement of MetS. In MetS
patients, neither bilberry [98] nor cranberry supplementation
[90] showed differences in body weight, glucose, or lipid
metabolism, compared to a control group. However, compel-
ling evidence shows that overall berry intake improves the
oxidative and inflammatory profile, as reviewed [107].

In middle-aged women with metabolic syndrome,
300 mL of pomegranate juice (rich in flavonoids) daily for 6
weeks decreased erythrocyte but not plasma TBARS levels.
Nevertheless, they observed no effects on blood pressure [93].

(2) Olive Oil Polyphenols. It is worth pointing out that olive
oil polyphenols are contained in extra virgin olive oil,
whereas olive oil is almost deprived of polyphenols because
of the refining process [108]. Polyphenols from extra virgin
olive oil, mainly (hydroxy) tyrosol and oleuropein, elicit
antioxidant and anti-inflammatory effects, improve the lipid
profile and the endothelial function, and may exert some
antithrombotic effects [109]. Although the beneficial effects
of olive oil polyphenols on the general population are not
under debate, to our knowledge, only a clinical trial has been
performed to evaluate the effects of extra virgin olive oil as a
single food in MetS patients. These patients showed
decreased waist perimeter after consuming 10mL of extra
virgin olive oil a day for 3 months, but no changes in the lipid
profile, glucose, insulin resistance, or blood pressure were
observed [94].

(3) Tea Polyphenols. Tea is a beverage especially rich in
catechins. The beneficial effects of tea (higher for green than
for black tea intake) on MetS have generally been observed in
most human studies at least at three to four cups or more
per day. One of the protective main effects of tea con-
sumption in MetS is by reducing body weight [110], by
decreasing digestion and absorption of some macronutri-
ents, by altering the gut microbiota, by inhibiting anabo-
lism, and by stimulating catabolism in liver, muscle, and
adipose tissues [48]. However, current evidence suggests
that this effect may only be observed at a short term
and not at a long term [111].

(4) Grape and Red Wine Polyphenols. Grape and wine (red
wine in a higher degree than white wine) are very rich in
phenolic acids, stilbenes, flavonols, dihydroflavonols, antho-
cyanins, catechins, and proanthocyanidins. Consumption of
dried grape polyphenol powder for a month resulted in
decreased systolic blood pressure [112] and increased flow-
mediated dilation in men with MetS, but no effects were
observed in insulin resistance, lipid profile, or body weight
[101]. Intake of red wine or dealcoholized red wine for 30
days significantly decreased SBP, DBP, glucose, triglycerides,
total cholesterol, and C-reactive protein and increased HDL
levels in MetS patients [113]. In parallel and as will be further
discussed, red wine polyphenols (in both interventions)
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increased the number of fecal bifidobacteria and Lactobacil-
lus (intestinal barrier protectors) and butyrate-producing
bacteria and decreased lipopolysaccharide- (LPS-) producing
bacteria, which was translated to lower LPS systemic levels,
suggesting that red wine polyphenols are capable of switch-
ing microbiota phenotype to a more protective one in
patients with MetS [113]. However, a recent meta-analysis
concludes that grape polyphenols do not have a significant
effect on glycemia, blood pressure, or the lipid profile in MetS
patients, although limited evidence suggests a positive effect
on insulin sensitivity [51], in contraposition to another
meta-analysis that concluded that grape polyphenols are able
to decrease systolic but not diastolic blood pressure in MetS
patients [114].

(5) Mediterranean Diet. The Mediterranean diet is character-
ized by the high consumption of polyphenol-rich foods such
as fruits, vegetables, nuts, olive oil, aromatic plants, spices,
whole-grain cereals, and red wine. Several cross-sectional
and prospective studies have suggested that the Mediterra-
nean diet has protective effects on different components of
MetS [115] and its associated low-grade inflammation
and pro-oxidative status. Intervention with a Mediterranean
diet for five years supplemented with extra virgin olive oil or
nuts increased plasma antioxidant capacity and decreased
xanthine oxidase activity in MetS patients [95]. This is in
concordance with another study with MetS patients, which
reported that a Mediterranean-style diet for 3 months
improved the antioxidant enzyme activities in plasma,
erythrocytes, and platelets [96]. Moreover, MetS patients
under a Mediterranean diet for 2 years showed reduced
prevalence of MetS by decreasing body weight, reducing
serum concentrations of inflammatory markers, decreasing
insulin resistance, and improving endothelial function
[103]. Concurrently, Mediterranean diet intervention for
one year supplemented with extra virgin olive oil or nuts
was associated with decreased incidence [116] and increased
reversion of MetS [117], even at five years of intervention
[118], suggesting that the Mediterranean diet may be a prom-
ising tool for both MetS prevention and management. In the
same cohort, one-year intervention with a Mediterranean
diet supplemented with extra virgin olive oil or nuts has been
shown to decrease blood pressure, and these changes were
associated with a significant increase in total polyphenols in
urine and plasma nitric oxide [119]. Overall, a Mediterra-
nean diet for five years supplemented with extra virgin olive
oil or nuts, despite the increased fat intake, was not associated
with increased visceral adiposity or body weight [120],
suggesting that indeed, olive oil and nut polyphenols, among
other compounds, may have an effect on body weight
maintenance or loss.

4.3. Gut Microbiota and Metabolic Syndrome. The human
colonic microbiota is a large and complex microbial commu-
nity. In total, over 1000 bacterial species have been identified,
of which many remain uncultured, with about 160 species
being found in the gut of any individual, making an
important contribution to human metabolism and health
by contributing enzymes that are not encoded by the human

Oxidative Medicine and Cellular Longevity

genome [121]. Given the low bioavailability of polyphenols,
the remaining polyphenols (90-95% of total polyphenol
intake) may accumulate in the large intestinal lumen up to
the millimolar range where they are subjected to the enzy-
matic activities of the gut microbial community prior to their
reabsorption, modulating the composition of the microbiota
and influencing the metabolic balance and the health status.
In this line, red wine intake has been shown to increase
global fecal microbial diversity in healthy volunteers [122],
and different profiles of urinary polyphenol metabolites
derived from microbial metabolism have been shown after
one-month red wine intake between healthy individuals
and obese/diabetic patients [123].

Once the polyphenols have been metabolized to their
aglycones or the polymers have been converted to mono-
mers, they are extensively degraded by components of the
colonic microbiota via dehydroxylation, decarboxylation,
and ring breakage ultimately generating simpler phenolic
compounds, such as hydroxyphenyl-acetic acids and hydro-
xyphenylpropionic acids [124]. Given the high variability in
the microbial composition between individuals, polyphenols
may be differently metabolized, thus affecting the bioavail-
ability of both the parental polyphenols and their metabolites
and influencing their bioactivity. For instance and as previ-
ously mentioned, daidzein (a soy isoflavone) is metabolized
by two different pathways depending on the gut microbiota
of the subjects, producing O-desmethylangolensin by
Clostridium, or on (S)-equol via dihydrodaidzein and tet-
rahydrodaidzein by Streptococcus intermedius, B. ovatus,
Ruminococcus productus, Eggerthella sp. Julong732, Adler-
creutzia equolifaciens, Slakia isoflavoniconvertens, and Slakia
equolifaciens [125]. In addition, different responses to a mix
of epigallocatechin-3-gallate and resveratrol have been
observed between men and women. In men, this polyphenol
mixture decreased the amount of fecal bacteroidetes and
tended to decrease Faecalibacterium prausnitzii, but these
changes were not observed in women [126], highlighting
the complex nature of intestinal microbiota. Moreover,
MetS features may also influence intestinal microbiota
and polyphenol metabolism and therefore their bioactivity
[127, 128]. A randomized study in MetS patients has shown
that bioavailability of ellagitannins depends on the gut
composition of microbiota [98]. As previously remarked,
ellagitannin-metabolizing phenotypes (urolithin metabo-
types A, B, and 0) differ among individuals depending on
their body mass index, and urolithin A in MetS patients only
correlated inversely with glucose after intake of 30g of
nuts, while in healthy and overweight patients, urolithin
A positively correlated with apolipoprotein A-I and HDL
cholesterol after the intake of nuts [50]. In MetS patients,
red wine polyphenols in the form of red wine or dealcoho-
lized red wine significantly increased the number of fecal
protective species (bifidobacteria and Lactobacillus) and
butyrate-producing bacteria (Faecalibacterium prausnitzii
and Roseburia), consequently decreasing the amount of
groups of nonprotective bacteria such as LPS producers
(Escherichia coli and Enterobacter cloacae) and approaching
the microbiome profile of MetS patients to the profile of
healthy volunteers. Indeed, before the red wine intervention,
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FIGURE 3: Main potential effects of polyphenols on metabolic syndrome components.

MetS patients had higher amounts of Proteobacteria and
Firmicutes compared to healthy subjects, while after the red
wine and dealcoholized red wine intake periods, no signifi-
cant differences were observed between healthy individuals
and MetS patients [113]. Overall, the (complex) interaction
between nutrients and the gut microbiome is an emerging
field of intensive research that will provide new and promis-
ing insights into the relationship between nutrition and
health in the near future.

5. Conclusions

As summarized in Figure 3, compelling evidence suggests
that polyphenols at maintained doses may delay or prevent
MetS onset by decreasing body weight, blood pressure, and
blood glucose and by improving lipid metabolism. Because
of the complex polyphenol composition of polyphenol-rich
foods, it is difficult to emphasize the bioactivity of a specific
polyphenol. Moreover, it seems plausible that they have
additive or synergistic effects. Therefore, high intake of
polyphenol-rich foods such as nuts, fruits, vegetables, season-
ings with aromatic plants, spices, and virgin olive oil may be
the cornerstone of a healthy diet preventing the development
and progression of MetS. However, human epidemiological
and interventional studies have shown inconsistent results.
There is a small number of interventional studies evidencing
the benefits of polyphenol intake in the improvement of
MetS phenotype in these patients, and more long-term ran-
domized trials are warranted in order to evaluate the possible
preventive effects of a higher consumption of polyphenols by
a combination of their diverse dietary sources, as suggested
by some epidemiological observations [12, 61, 129-131]
and in order to conclude whether single polyphenols or
polyphenol-rich foods are indeed related to a reduction in
MetS-related symptoms or whether their action is merely
affecting a biomarker.

In conclusion, current evidence suggests that polyphenol
intake has the potential to alleviate MetS components. How-
ever, there is still a long way to run before establishing the

role of polyphenols in MetS progression. Safe doses have to
be determined, as the effects greatly vary among polyphenols
and food sources, and no specific food or polyphenol is able
to improve all components of MetS. Overall, a varied diet rich
in polyphenol-rich foods may be beneficial in the onset and
progression of MetS and in decreasing the associated risk of
developing diabetes or cardiovascular disease.
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Dietary polyphenols come mainly from plant-based foods including fruits, vegetables, whole grains, coffee, tea, and nuts.
Polyphenols may influence glycemia and type 2 diabetes (T2D) through different mechanisms, such as promoting the
uptake of glucose in tissues, and therefore improving insulin sensitivity. This review aims to summarize the evidence from
clinical trials and observational prospective studies linking dietary polyphenols to prediabetes and T2D, with a focus on
polyphenol-rich foods characteristic of the Mediterranean diet. We aimed to describe the metabolic biomarkers related to
polyphenol intake and genotype-polyphenol interactions modulating the effects on T2D. Intakes of polyphenols, especially
flavan-3-ols, and their food sources have demonstrated beneficial effects on insulin resistance and other cardiometabolic
risk factors. Several prospective studies have shown inverse associations between polyphenol intake and T2D. The
Mediterranean diet and its key components, olive oil, nuts, and red wine, have been inversely associated with insulin
resistance and T2D. To some extent, these associations may be attributed to the high amount of polyphenols and bioactive
compounds in typical foods conforming this traditional dietary pattern. Few studies have suggested that genetic
predisposition can modulate the relationship between polyphenols and T2D risk. In conclusion, the intake of polyphenols
may be beneficial for both insulin resistance and T2D risk.

a healthy diet to prevent T2D have been identified as a cor-
nerstone of researchers and policymakers.

In the past few decades, type 2 diabetes (T2D), in parallel
with the obesity epidemic, has become a public health chal-
lenge for many countries [1]. Increasing evidence has dem-
onstrated that the combinations of several unhealthy
lifestyle factors, including a sedentary lifestyle, unhealthy
diets, overweight/obesity, smoking, and excessive alcohol
intake, were responsible for 90% of T2D cases [2]. For this
reason, strategies focused on lifestyle and the promotion of

Recently, growing interest has emerged on the beneficial
effects of plant-based diets for the prevention of chronic dis-
eases including obesity, diabetes, and cardiovascular disease
[3, 4]. Such diets are based on foods derived from plants,
including fruits, vegetables, whole grain cereals, legumes,
and nuts, with limited animal products. As an example, the
Mediterranean diet, which has been associated with many
health benefits [5], is characterized by a high intake of fruits,
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TaBLE 1: Main food sources of polyphenols.
Polyphenol Compound Main food sources, excluding seasoning Main food sources, only seasoning
Coftee, oranges, apples, grapes, olives and
olive oil, red wine, cocoa powder, dark . . .
Total polyphenols chocolate, tea, black elderberry, nuts, Cloves, dried peppermint, star anise
whole grains, legumes
Virgin olive oil, oranges, whole grain wheat- . . .
Flavonoids Flavones flour bread, refined-grain wheat-flour bread, Celery Seei;ril;:gnp 5££)Zrnrzmt’ dried,
whole grain wheat four, black olives
Flavonols Spinach, beans, onions, shallot Capers, saffron, dried oregano
Red wine, apples, peaches, cocoa powder,
Flavanols nuts, dark chocolate
Flavanones Grapefruit/pomelo )ulce,. o.ra.nges, orange juice, Dried peppermint, dried oregano,
grapefruit juice fresh rosemary
Isoflavones Soy flour, soy paste, roasted soy bean, beans Soy sauce
. Cherries, red wine, olives, hazelnuts, almonds,
Anthocyanins

black elderberry, black chokeberry, blueberries

Olives, virgin olive oil, red wine, walnuts,

Phenolic acids Benzoic acid

pomegranate juice, red raspberry,

Chestnut, cloves, star anise

American cranberry

Cinnamic acid
Stilbenes Resveratrol

Lignans

Coffee, maize oil, potatoes

Virgin olive oil, whole grain rye flour,
bread from whole grain rye flour, flaxseed

Dried peppermint. Common verbena,
dried rosemary

Grapes, red wine, nuts

Sesame seed oil, black sesame oil, flaxseed

vegetables, legumes, nuts, and olive oil; a moderate consump-
tion of dairy products and wine; and low intake of red and
processed meat, butter, cream, and sugar drinks. One of the
dietary constituents common in plant-based diets are poly-
phenols, which are especially abundant not only in fruits,
vegetables, whole grains, and legumes but also in cocoa, tea,
coffee, and red wine [6].

Polyphenols arealarge and heterogeneous group of phyto-
chemicals containing phenol rings and are divided into flavo-
noids, phenolic acids, stilbenes, and lignans [7] (Table 1).
Flavonoids are classified into flavones, flavonols, flavanols,
flavanones, isoflavones, and anthocyanins [8]. Among others,
fruits like apples, grapes, pears, and berries typically contain
high amounts of polyphenols (200-300 mg per 100g) [9].
The most common phenolic acids are cafteic acid and ferulic
acid, which is a major phenolic compound in coffee and
cereals, respectively [10]. The best-studied stilbene is resvera-
trol in grapes, grape products, and red wine [10]. Other
main dietary sources of polyphenols include vegetables,
chocolate, tea, whole grains, dry legumes, nuts, and olive
oil [10]. Polyphenols are the most abundant antioxidants
in the diet, and their intake has been associated with a
reduced incidence of T2D in humans [11-13]. Polyphenols
have anti-inflammatory effects and may influence glycemia
through different mechanisms, including the inhibition of
glucose absorption in the gut and the improvement of
insulin resistance [9].

This review aims to summarize the relevant evidence
linking dietary polyphenols to prediabetes and T2D with a
focus on polyphenol-rich food characteristics of the Mediter-
ranean diet (MedDiet). In addition, the present work aims to

describe genotype-polyphenol interactions and metabolic
biomarkers to understand the relationship between polyphe-
nols and T2D.

2. Dietary Polyphenols, Insulin Sensitivity, and
Resistance

Abundant evidence generated in human studies collectively
suggests that the intake of polyphenols and their major food
sources may exert beneficial effects on improving insulin
resistance and related diabetes risk factors, such as inflamma-
tion and oxidative stress (as reviewed by Scalbert et al. [9]).
Given the amount of such evidence, this narrative review
does not seek to provide a comprehensive summary of all
study findings, but rather focuses on well-conducted clinical
trials and observational prospective studies. In this regard,
only randomized and controlled trials have been considered,
and regarding the prospective cohort studies, only those with
appropriate control of potentially confounding variables
have been included. We have performed a narrative review
in MEDLINE up to June 2017. Our search terms combined
the exposures (polyphenols, flavonoids, phenolic acids, stil-
benes, lignans; and also, MedDiet, extra-virgin olive oil, nuts,
and red wine) with several outcomes (insulin resistance,
insulin sensitivity, oxidation, inflammation, and T2D). We
also conducted a specific search for well-powered human
clinical studies with the potential for clinical translational
findings. We reviewed the evidence of polyphenols and
T2D from a nutritional genomic perspective, particularly
from metabolomics and metagenomics. We acknowledge
other omics studies using transcriptomics, proteomics, and
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epigenomics may also have an important role on understand-
ing polyphenol mechanisms of action, but given the clinical
translational nature of this review, we have not included
these studies.

Among all polyphenols, the beneficial effects of flavanols
(flavan-3-ols) and their primary food sources, including
cocoa, chocolate, and red wine, have been most widely exam-
ined in clinical trials. In a meta-analysis of 24 trials among
1106 individuals that examined the effects of cocoa intake
for 2-18 weeks, Shrime et al. showed significant effects of
cocoa intake on improving insulin sensitivity [14]. Homeo-
static model assessment of insulin resistance (HOMA-IR)
decreased by 0.94 points (95% CI=0.59, 1.29; P < 0.001) with
the consumption of flavonoid-rich cocoa. This meta-analysis
included healthy participants and patients with hyperten-
sion, diabetes, and overweight. Total flavonoid intake ranged
from 16.6mg/d to 1080 mg/d and control group included
low-flavonoid cocoa, white chocolate, skim milk, and placebo
capsules. In nine studies, at least one author was employed by
a chocolate company [14]. In another meta-analysis of 42 tri-
als comprised of 1297 individuals which was conducted in
2012, Hooper et al. showed that acute to short-term (<18
weeks) intake of cocoa, chocolate, and flavan-3-ols signifi-
cantly decreased insulin resistance [15]. Healthy participants
and participants with elevated blood pressure, serum choles-
terol, and diabetes as well as other health conditions were
included. Interventions were cocoa drinks, dark or milk
chocolate, cocoa supplements, solid chocolate plus cocoa
drinks, and a whole diet (all foods provided) including cocoa
powder and chocolate. These were compared with low
flavan-3-ol versions of the same foods, drinks, or supple-
ments [15].

Data on the effects of long-term chronic consumption
of flavan-3-ols on cardiometabolic health are scarce. In a
randomized, placebo-controlled trial in 93 patients with
T2D, the intake of 7 grams per day of flavonoid-
enriched chocolate (containing 850mg flavan-3-ols and
100 mg isoflavones) for 1 year significantly improved insu-
lin resistance. In this long-term trial, effects on hemoglo-
bin Alc (HbAlc) and glucose were not observed [16].
However, the authors acknowledged that the dropout rate
was high and limited to postmenopausal women receiving
diabetes therapy.

Another food source of flavan-3-ols, green tea, has also
been extensively examined in short-term clinical trials evaluat-
ing its beneficial effects on cardiometabolic health. For example,
catechins from green tea exerted beneficial effects on lowering
fasting glucose, although effects on fasting insulin, HbAlc,
and HOMA-IR were not significant in a meta-analysis summa-
rizing results of 22 randomized clinical trials with 1584 partic-
ipants and ranging interventions from 3 to 24 weeks [17].
Green tea catechin dosage ranged from 240 mg/d to 1207 mg/
d and was compared with water or placebo.

Clinical trials that aim to assess the effects of anthocya-
nins are relatively sparse. In a double-blinded 6-week clinical
trial among 32 obese nondiabetic individuals, Stull et al.
found that intake of a smoothie with added blueberry powder
(equivalent to 668 mg/day anthocyanins) as compared to a
smoothie of equal nutritional value without added blueberry

bioactivities significantly improved insulin sensitivity mea-
sured by a hyperinsulinemic-euglycemic clamp [18]. Benefi-
cial effects of anthocyanins (either purified anthocyanin
(320 mg/d) derived from bilberry and black currant or pla-
cebo) on improving insulin resistance were also observed in
a 12-week trial conducted in 74 patients with nonalcoholic
fatty liver disease [19]. Of note, the descriptions of the
control foods and extracts used as in the abovementioned
clinical trials were poorly described and no indication on
its nature is given.

The consumption of beverages with added freeze-dried
strawberries rich in anthocyanins compared to placebo for
12 weeks did not exert effects on inflammatory markers or
glucose measurements in 60 individuals with abdominal adi-
posity and hypercholesterolemia, although a significant
reduction of total and low-density lipoprotein (LDL) choles-
terol was observed in this trial [20].

Isoflavones are a class of flavonoids with estrogenic
effects that are found in soya beans and are highly consumed
in East Asian populations. Probably because of these estro-
genic properties, most of the clinical trials evaluating the
effects of isoflavone supplementation focused on postmeno-
pausal or perimenopausal women. In a meta-analysis of 24
trials comprised of 1518 men and women, intervention
groups included isoflavone extracts as supplements and
whole soy foods into the diet and compared the isolated soy
protein that contained isoflavones with milk or animal pro-
tein. The soy protein content ranged from 0 to 40 g soy pro-
tein/d, and the isoflavone content ranged from 36 to 132 mg
isoflavones/d. Results from this meta-analysis have shown
that soy intake did not exert significant effects on measures
of glucose metabolism, including fasting glucose and insulin,
HOMA-IR, HbAlc, and 2-hour glucose or insulin levels [21].
Restricting the analysis to postmenopausal women generated
similar results.

Interestingly, in another meta-analysis that only con-
sidered clinical trials conducted among non-Asian peri-
menopausal or postmenopausal women, soy isoflavones
or genistein supplements for 3 months to 2 years signifi-
cantly reduced serum insulin and HOMA-IR, but had no
effects on fasting blood glucose [22].

Lignans are a group of polyphenols that also possess
estrogenic properties. A few trials have been conducted to
elucidate the effects of flaxseed supplements that contain
high amount of lignans on insulin resistance and other
cardiometabolic intermediate outcomes. In a small crossover
trial among 9 obese subjects with glucose intolerance, flax-
seed intake (40 g/day) compared to 40 g wheat bran for 12
weeks significantly improved insulin resistance [23]. In
another small randomized trial comparing flaxseed intake
(40 g/day) with hormone replacement therapy among 25
postmenopausal women, flaxseed intake significantly
reduced glucose and insulin levels, although these benefits
were comparable to those of hormone replacement therapy
[24]. However, sample sizes of these studies were small and
replication of the results in other populations is needed to
make strong conclusions. In a crossover, randomized trial
conducted among ~70 patients with T2D, Pan et al. showed
that supplementation of 360 mg/day of lignans derived from



flaxseed for 12 weeks significantly reduced HbAlc [25] and
C-reactive protein (CRP) [26] in comparison with the pla-
cebo group. Interestingly, such effects were primarily
observed in women, whilst no effects on CRP levels were
found in men [26]. In the largest trial testing the efficacy of
flaxseed supplements so far, flaxseed lignan supplements
(543 mg/day) (as compared to placebo) did not exert signif-
icant effects on lowering fasting blood glucose concentra-
tions or inflammatory markers in 100 Canadian healthy
men and women followed for 6 months [27]. Moreover,
in a recent trial among 99 prediabetic patients, flaxseed
supplementation did not improve insulin sensitivity [28].
This randomized, clinical trial compared two groups receiv-
ing 40 g and 20g per day of flaxseed powder daily for 12
weeks and the third group was the control group (no inter-
vention) [28].

Evidence regarding other polyphenols or their food
sources is sporadic. In a crossover trial conducted in over-
weight men and women, supplementation of 150 mg/day res-
veratrol compared to placebo capsules for 4 weeks had no
effects on insulin sensitivity or inflammatory markers [29].
Supplements of chlorogenic acid (1g/d, a polyphenol highly
present in coffee, significantly reduced glucose and insulin
concentrations 15 minutes following an oral glucose tolerance
test (OGTT), although no overall improvement on OGTT
measurements was observed in a small crossover trial (three
interventions: 12 g decaffeinated coffee, 1g chlorogenic acid,
500 mg trigonelline, and placebo (1 g mannitol)) including 15
overweight men [30]. Of note, trials that examined the effects
of coffee consumption per se did not generate consistent find-
ings regarding whether insulin resistance could be improved,
although all these trials were small in sample size (ranging
from 10 to 47 participants) [31-33]. Of note, because the por-
tions of coffee are larger in North European and American
populations and therefore the intake of polyphenols from this
food greater, some differences may exist among populations.

In summary, intake of polyphenols, especially flavan-3-
ols and their food sources, have demonstrated overall benefi-
cial effects on decreasing insulin resistance, chronic system-
atic inflammation, oxidative stress, and improving other
cardiometabolic risk factors. However, some publication bias
may be present as several clinical trials have been sponsored
by the food industry, particularly for cocoa, chocolate, and
tea, and this may explain the greater amount of evidence on
this food groups. In addition, some clinical trials on this topic
were of short duration which may dilute the effect of poly-
phenol intake on a long term. Although surrogate endpoints
measured in most clinical trials can help to monitor changes
during follow-up and are relevant for the prediction of T2D,
more research is warranted to elucidate the metabolic effects
of polyphenols in larger trials with longer intervention term
and risk of T2D. In this regard, the ongoing Cocoa Supple-
ment and Multivitamin Outcomes Study (COSMOS) [34],
which aims to evaluate the efficacy of a concentrated cocoa
extract using a five-year randomized trial among 18,000
healthy men and women, may provide conclusive evidence
on the health benefits of cocoa (rich in polyphenols) on car-
diometabolic hard outcomes. Finally, novel metabolomic
techniques will help to determine more objective plasma
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concentrations of polyphenols and had a better picture of
availability and potential beneficial effects on insulin resis-
tance and T2D.

3. Dietary Polyphenols and Risk of Type 2
Diabetes

Table 2 summarizes the evidence on prospective studies eval-
uating polyphenol intake and risk of T2D. Several studies
have evaluated the associations between the intake of total
flavonoids or specific flavonoids and the risk of T2D. Four
studies including data from 6 cohorts on healthy participants
have evaluated the associations between dietary total flavo-
noids and risk of T2D [35]. Results from a meta-analysis
including 18,146 incident T2D cases and 284,806 partici-
pants showed that the relative risk of T2D for the highest
intake of total flavonoids compared with the lowest was
0.91 (95% CI: 0.87, 0.96). A dose-response analysis of these
results revealed that 500 mg/d increase in total flavonoid
intake was associated with a significant 5% reduction of
T2D incidence. These beneficial effects were especially
observed in younger individuals and in those studies with
larger follow-up [35]. Two new studies not included in this
meta-analysis were published later [36, 37]. In the European
Prospective Investigation into Cancer and Nutrition-
InterAct (EPIC-InterAct) study, an inverse association
between total flavonoid intake and T2D risk was reported
in a case-cohort study including 12,403 incident cases of
diabetes and 16,154 healthy participants [36]. In contrast,
total flavonoid intake was nonsignificantly associated with
the risk of T2D in a report from the Framingham Offspring
Study, which included 2915 participants followed for 11.9
years [37].

Several studies have evaluated the association between
the consumption of different subtypes of flavonoids and
T2D risk with some controversial results. The Finnish Mobile
Clinic Health Examination Survey (FMCHES) [38], the
Womens’ Health Study [39], both including healthy partici-
pants, and the a-Tocopherol, 3-Carotene Cancer Prevention
(ATBC) Study, which included male smokers [40], examined
the associations between the intake of total or selected flavo-
nol or flavone molecules (quercetin, kaempferol, myricetin,
hesperetin, and naringenin) and T2D risk. In the FMCHES,
higher intake of quercetin and myricetin showed a trend
towards a reduction in the risk of T2D, but not for the rest
of the compounds [38]. No significant associations were
observed between total or selected types of flavonol and fla-
vone intake and T2D in the Women’s Health Study [39]
and the ATBC Study cohorts [40].

Findings from large-scale prospective studies have evalu-
ated the associations between flavonoids and T2D risk. After
pooling the results of three large cohorts (Nurses’ Health
Study (NHS), NHSII and Health Professionals Follow-up
Study (HPES); 3,645,585 person-years of follow-up; 12,611
incident cases of diabetes), higher intakes of anthocyanins
and anthocyanin-rich fruits were associated with a decreased
risk of T2D after adjusting for multiple potential con-
founders, whereas no associations were shown for total flavo-
nols, flavones, flavanones, and flavan-3-ols [11]. A case-
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cohort study within the frame of the EPIC-InterAct cohort,
which included healthy middle-aged participants from eight
countries, showed that when comparing extreme quintiles
of consumption of flavonoid subclasses, total flavonols and
flavanols, including flavan-3-ol monomers, were inversely
related to the diabetes risk, whereas no associations were
reported for the intake of lignans [36]. It is important to
highlight that these associations were observed within the
context of a European-wide population with a large heteroge-
neity in the intake of these compounds. In a following report
from the same study [41], significant inverse trends for the
intakes of proanthocyanidin dimers and trimers and incident
T2D were observed, but not for proanthocyanidins with a
greater polymerization degree. Among the flavonol sub-
classes, only myricetin was associated with a lower incidence
of T2D [41]. Finally, in the Framingham Offspring Cohort,
each 2.5-fold increase in flavan-3-ol intake was marginally
associated with an 11% lower incidence of T2D, but no other
associations between other flavonoid classes (flavonols, fla-
vones, flavanones, anthocyanins, and polymeric flavonoids)
and risk of T2D were reported [37].

In relation to the intake of isoflavones, findings from the
NHS, NHSII, and HPFS have shown inverse associations for
total isoflavones and major individual isoflavones, especially
those present in soy and soy products, including daidzein
and genistein, with the risk of developing diabetes [42]. How-
ever, no significant association between total isoflavone
intake and T2D has been reported in the EPIC-InterAct
Study [36].

In summary, results from prospective cohort studies have
suggested inverse associations between the intake of total fla-
vonoids and specific flavonoid subclasses and the risk of T2D
although some controversial results exist.

4. Characteristic Polyphenols of the
Mediterranean Diet, Prediabetes,
and Type 2 Diabetes

As described before, dietary polyphenols come mainly from
plant-based foods [8]. Olive oil, nuts, red wine, legumes, fruits,
and vegetables, key components of the MedDiet, are all
polyphenol-rich foods [5]. The much-appreciated MedDiet
is well-known for its antioxidant and anti-inflammatory
effects [43, 44]. The cardioprotective effect of this dietary pat-
tern has been attributed, in part, to the high amount of antiox-
idant components such as the phenolic compounds [43].
Moreover, the MedDiet has been shown to be beneficial for
glycemic control and T2D [45, 46]; however, few studies have
evaluated the effects of specific polyphenols from food prod-
ucts characteristic of this diet and insulin resistance or T2D.
In this section, we aim to provide further information on
characteristic food of the MedDiet that contain large
amounts of polyphenols.

4.1. Extra-Virgin Olive Oil. Extra-virgin olive oil is probably
one of the components that most differentiates the MedDiet
from other dietary patterns. Phenolic components such
as oleuropein and hydroxytyrosol, flavonoids, specially fla-
vones, and lignans are abundant in extra-virgin olive oil

[47]. Extra-virgin olive oil is the best quality olive oil, is
rich in taste and color, and also contains high amount of
bioactive compounds compared to other types of olive
oil (such as common olive oil, which is refined, has less
flavor, color, and aroma, and contains fewer amounts of
antioxidants and vitamin E). The phenolic composition
of olive oil ranges from 50 to 800 mg/L depending on sev-
eral factors like the variety, cultivation techniques, degree
of ripeness, and climate, among others [48].

Evidence from clinical trials on the effects of olive oil
polyphenols and biomarkers of T2D is scarce. Only two ran-
domized trials have been published so far evaluating the
effect of olive leaf polyphenols on markers of insulin sensitiv-
ity [49, 50]. Main polyphenols in olive leaves (oleuropein and
hydroxytyrosol) are similar than those in fruit and fruit oil;
however, its concentration is greater. In the first intervention
study, including 70 adults with T2D, those participants con-
suming olive leaf extract (500 mg) exhibited significantly
lower HbAlc and fasting plasma insulin levels; however,
postprandial plasma insulin levels did not differ significantly
by treatment group [50]. The second study demonstrated
that participants who received capsules of olive leaf extract
for 12 weeks (51.1 mg oleuropein and 9.7 mg hydroxytyrosol
per day) compared to placebo improved pancreatic [3-cell
function by 28% and also significantly improved insulin sen-
sitivity compared to the placebo [49]. Other clinical trials
have evaluated the effect of extra-virgin olive oil rich in poly-
phenols on glycemic biomarkers [51, 52]. Daily consumption
of polyphenol-rich extra-virgin olive oil for 8 weeks signifi-
cantly reduced fasting plasma glucose and HbAlc, as well
as other circulating inflammatory adipokines, in overweight
patients with T2D [52]. In contrast, no significant effects on
fasting glucose after supplementation with 20 mL per day of
polyphenol-rich olive oil during 6 weeks compared to
20 mL dose of low phenolic oil were observed in healthy par-
ticipants [51]. The PREDIMED trial has provided conclusive
evidence of the beneficial effects of a MedDiet supplemented
with extra-virgin olive oil on glucose metabolism and T2D
[45, 46]. In this regard, a MedDiet supplemented with
extra-virgin olive oil reduced the risk of T2D by 40% (HR:
0.60; 95% CI: 0.43, 0.85) after a median of 4.1 years of
follow-up among participants at high cardiovascular risk
compared to the control group [46]. Previous reports from
the PREDIMED Study also showed that a MedDiet supple-
mented with extra-virgin olive oil reduced fasting plasma
glucose improved insulin resistance and inflammatory bio-
markers [45, 53]. Another randomized crossover trial in
healthy volunteers, the EUROLIVE study, which tested the
effect of the daily 3-week administration of 25 mL of 3 olive
oils with low, medium, and high phenolic content, demon-
strated beneficial effects of phenolic compounds on oxidative
damage on lipids and HDL cholesterol [54]. However, given
that the volunteers were healthy, no effects were observed
on glucose levels; nevertheless, the objective of the study
was the lipid and lipoperoxidation. Also in a postprandial
state study with healthy volunteers, after 50 mL of virgin
olive oil load, the expression of candidate genes related
to insulin sensitivity was observed in peripheral mononu-
clear cells [55].
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4.2. Nuts. Nuts, which are well-known for their unique nutri-
tional composition (rich in unsaturated fatty acids, fiber,
antioxidant vitamins, minerals, and other bioactive com-
pounds), are also consumed in high amounts in the MedDiet.
Several seeds and nuts are among the richest sources of poly-
phenols: chestnuts and walnuts are rich in ellagitannins; while
hazelnuts, pecan, and almonds are rich in proanthocyanidins;
and flaxseed is rich in lignans [8]. Although the effects of nut
consumption on glycemic markers and T2D have been well
studied over the past decades [56, 57], specific studies on poly-
phenols from nuts are lacking. However, we have some indi-
rect evidence that polyphenols from tree nuts may have
beneficial effects on glucose metabolism. Some evidence has
suggested that ellagic acid, which is found in a considerable
amount in several nuts (especially walnuts), could be benefi-
cial for diabetes control [58]. In addition, urolithin A glucu-
ronide in plasma, a metabolite of dietary ellagic acid
derivatives which has shown to be a discriminative bio-
marker of nut exposure, was inversely correlated with insulin
resistance measured by HOMA-IR. However, further clinical
trials are needed to confirm these associations [59].

4.3. Red Wine. One of the main characteristics of the tradi-
tional MedDiet is the moderate intake of wine consumed
with meals. Wine, particularly red wine, is rich in phenolic
compounds including flavonoids (anthocyanins, tannins,
and catechin), stilbenes like resveratrols, tyrosols, and
hydroxytyrosols. Evidence suggests that red wine con-
sumption exerts some benefits on cardiovascular health
[60]; however, whether these effects are due to ethanol
or to nonalcoholic components of red wine is still unclear.
Along these lines, a randomized clinical trial including
sixty-seven men at high cardiovascular risk was designed
to compare the effects of moderate intake during 4 weeks
of red wine, a high polyphenolic alcoholic beverage (the
equivalent amount of dealcoholized wine), a high polyphe-
nolic nonalcoholic beverage, and gin (without polyphenols)
on glucose metabolism and lipid profile [61]. Findings of
that study suggested that red wine rich in polyphenols with
or without alcohol, but not gin, improved glucose metabo-
lism, as measured by HOMA-IR [61]. Previous clinical tri-
als have demonstrated improvements in insulin sensitivity
with the consumption of red wine [62] and red grape juice
[63], but others reported no significant effects on these
parameters [64, 65]. In addition, the positive effects on glu-
cose metabolism of supplementation with grape derived
polyphenol and resveratrol, one of the main polyphenols
in red wine, have been observed in intervention studies
[66, 67]. Finally, a 2-year randomized clinical trial in
patients with T2D suggests that initiating moderate red
wine intake, among well-controlled diabetics as part of a
healthy diet, is apparently safe and modestly decreases
cardiometabolic risk [68]. Moreover, genetic interactions
may play a role in glucose metabolism, and red wine’s
effects also involve nonalcoholic constituents such as poly-
phenols. In this trial, slow ethanol metabolizers (alcohol
dehydrogenase alleles [ADHI1B = 1] carriers) significantly
benefited from the effect of red wine on glycemic control
(fasting plasma glucose, HOMA-IR, and hemoglobin Alc)

Oxidative Medicine and Cellular Longevity

compared with fast ethanol metabolizers (persons homozy-
gous for ADHIB = 2) [68].

4.4. Other. Fruits, vegetables, whole grains, legumes, and cof-
fee are also primary sources of polyphenols [8] and are ben-
eficial for glycemic control and prevention of T2D [4, 69].
Other beverages and foods that are rich in polyphenols
include green tea, soy, chocolate, and cocoa and could also
play a role in the prevention of T2D [70].

In summary, the MedDiet and its key components, extra
virgin olive oil, nuts, and red wine, are inversely associated
with insulin resistance and T2D. To some extent, these effects
may be attributed to its high amount of polyphenols and
other bioactive compounds.

5. New Frontiers in Nutrition Research:
Genotype-Polyphenol Interaction on
Type 2 Diabetes

Because of their chemical structures, dietary polyphenols
exert multiple activities by interacting with several molecular
pathways particularly relevant for glucose homeostasis. In
Figure 1, we summarize relevant mechanisms linking dietary
polyphenols and T2D risk. These include slowing carbohy-
drate digestion and glucose absorption, stimulation of insulin
secretion, modulation of glucose release, and activation of
insulin receptors and glucose uptake in the insulin-sensitive
tissues [71]. A growing body of evidence from in vitro and
animal studies has shown that polyphenols can activate
and/or silence transcription factors, and consequently influ-
ence gene expression, and regulate different signaling path-
ways in the muscle, the liver, pancreatic f-cells, the
hypothalamus, and adipose tissue, thereby contributing to
glucose homoeostasis [72, 73].

Although promising data aimed at understanding how
different polyphenol classes can modulate genetic regulation
and expression have been published, few studies have inves-
tigated whether genetic predisposition modifies the relation-
ship among polyphenols, intermediate phenotypes of insulin
resistance, and T2D risk [74-79]. An initial and very prelim-
inary track of evidence for genotype-polyphenol interaction
is emerging from studies of coffee, the consumption of which
is highly spread in Mediterranean regions. In a prospective
population-based cohort study including 4077 normal glyce-
mic individuals over a 4-year follow-up, habitual coffee
intake outweighed the hazard of unfavorable genetic predis-
position on 3 well-known T2D-increasing risk genetic loci,
including IGF2BP2, CDKALI, and KCNJjI1I [74]. Along
these lines, an independent study including 1180 nondia-
betic young to middle-aged participants with stage 1
hypertension, baseline coffee consumption was longitudi-
nally associated with the risk of impaired glucose tolerance
only in carriers of CYP1A2 « IF allele. Among participants
homozygous for the * 1A allele, which is responsible for
fast caffeine metabolism, the favorable action of polyphe-
nols or other bioactive agents balanced the genetic and
metabolic risk for T2D [75]. Finally, in a prospective epi-
demiological study from the EPIC-InterAct cohort, includ-
ing 8086 incident T2D cases in 11,035 participants over
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FIGURE 1: Relevant mechanisms linking dietary polyphenols and T2D risk. Polyphenols can exert a beneficial effect on type 2 diabetes by a
number of mechanisms including (a) slowing carbohydrate digestion and glucose absorption by interacting with oral cavity and intestinal
a-amylase and intestinal «a-glucosidase and sodium-dependent glucose transporter (SLGT1); (b) stimulating insulin secretion in the
pancreas via increasing 5’ adenosine monophosphate-activated protein kinase (AMPK) pathway, and insulin receptor substrate (ISRS) and
decreasing f-cell oxidative damage which preserves f-cell integrity; (c) modulating liver glucose release due to increase in acyl-CoA
oxidase 1 (ACO-1) and carnitine palmitoyl transferase 1-f (CPT1-) and diminishing glucose 6 phosphatase (G6Pase) and
phosphoenolpyruvate carboxylase (PEPCK); and (d) activation of glucose uptake receptors in the insulin-sensitive tissue. Additionally, the
modulation of microbial metabolism can synergically benefit glucose homeostasis.

12.5 years, habitual coffee consumption was associated
with a 7% T2D risk reduction among carriers of the diabe-
tes increasing risk allele at transcription factor 7-like 2
locus (T'CF7L2) [76]. In addition, an interaction between
an incretin-specific genetic risk score, designed to capture
the genetic predisposition to defects in postprandial insu-
lin secretion and coffee consumption on T2D risk was
observed (i.e., each additional cup of coffee was associated
with 5% lower T2D risk in individuals carrying high num-
ber of risk alleles). In line with previous results, adherence
to the MedDiet has been reported to be able to reduce the
adverse effect of the TCF7L2 polymorphism on fasting
glucose and blood lipids and, importantly, on stroke inci-
dence [77]. Unfortunately, with this type of study, we can-
not differentiate the effect of polyphenols from other
dietary compounds of the MedDiet.

Despite nutrigenomic evidence being still preliminary,
and major challenges existing in analytical strategies and rep-
lication, the role of polyphenol-rich components on TCF7L2
locus is likely to be relevant. TCF7L2 is the strongest com-
mon genomic region associated with T2D (OR=1.4) and
encodes a transcription factor for proteins involved in the
proper functioning of the Wnt signaling pathway, essential
for insulin secretion and beta-cell proliferation [78, 79]. It
would be rational, therefore, to envision that nutrients which
tend to stimulate both insulin and incretin secretion will tend
to partly compensate for any genetic defects in the incretin
system and thus confer higher protection from T2D in indi-
viduals carrying the predisposing polymorphisms. Under-
standing gene-diet interactions in T2D holds promise to
achieve the goal to develop personalized diet and lifestyle
interventions based on genetic profile; nevertheless, further
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research is warranted before implementing preliminary
results to clinical practice is still required.

6. Biomarkers of Polyphenol Intake

Along with the development of sophisticated genomics tech-
niques, recent advancements in analytic procedures have
allowed the measurement of molecules that provide a close
representation of what is encoded by the genome and modified
by diet, gut microbiome, and other environmental exposures
[80]. In this regard, metabolomics has greatly contributed in
the identification of new biomarkers (of dietary exposure,
nutritional status, and health/disease). In a prospective nested
case-control study including 1107 diabetic women and 1107
control women participating in the NHS, metabolites from dif-
ferent classes of polyphenols were associated with T2D risk.
For example, urinary excretion of enterolignans, especially
enterolactone, was significantly associated with a lower T2D
risk during up to 13 years of follow-up [12]. Comparing the
extreme quartiles of urinary excretion of enterolactone, the
relative risk of T2D was 0.62 (95% CI: 0.44, 0.88; P for
trend =0.003). In contrast, metabolites from flavanones
(naringenin and hesperetin), flavonols (quercetin and iso-
rhamnetin), and phenolic acids (caffeic acid) in spot urine
samples were significantly associated with a lower T2D risk
within a relatively short period of follow-up (<4.6 years) after
sample collection, but not during the entire follow-up [81].
Such a temporal pattern may be explained by the significant
variability of these metabolites over time, especially when they
are measured in spot urine samples [81]. In a separate analysis,
Dingetal. found an inverse association between urinary excre-
tion of daidzein and genistein, but not other isoflavone metab-
olites, and T2D risk in the NHS and NHSII [82]. An inverse
association between isoflavone biomarkers and diabetes risk
was also observed in two other prospective analyses conducted
among minority populations. Among 431 Native American
participating in the Strong Heart Family Study [83], Zhao
et al. used an untargeted metabolomics approach to examine
metabolite levels in plasma. From seven metabolites related
to diabetes risk after adjustment by multiple testing, an isofla-
vone metabolite [(3S)-7-hydroxy-2)3'4’5"8-pentamethoxyi-
soflavan] was identified as being significantly associated with
alower risk [83]. Moreover, in 1391 Korean men and women,
higher plasma concentrations of genistein were significantly
associated with a lower T2D risk among women who were
equol producers, which is a metabolite of isoflavone, but not
in men or nonequol producers [84]. Although equol is bio-
transformed from daidzein by the metabolism caused by gut
bacteria, some individuals cannot metabolize daidzein to
equol. There is increasing evidence that the endocrine-
related clinical efficacy of isoflavone may be modified by
equol-producing status [84].

A recent prospective analysis conducted in the PRE-
DIMED trial showed that over a 5-year follow-up,
increased total polyphenol excretion was significantly asso-
ciated with lower levels of triglycerides, glucose, and dia-
stolic blood pressure among 573 participants at high
cardiovascular risk [85]. In a small cross-sectional analysis
conducted among 57 Japanese women, higher plasma levels
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of chlorogenic acid were significantly associated with lower
levels of fasting blood glucose, HbAlc, and CRP [86]. In
the nationwide representative National Health and Nutri-
tion Examination Survey (NHANES), urinary excretion of
enterolignans was inversely associated with CRP levels
and metabolic syndrome components [87-89].

7. Metagenomics

Another layer of complexity in human nutritional studies
comes from the intricate interplay between the gut micro-
biome and dietary intake. Obesity, insulin resistance, and
T2D have been correlated with an altered gut microbiota com-
position. The largest metagenomics-based study to date,
which includes 368 Chinese individuals, identified a moderate
degree of gut bacterial dysbiosis with a decline in butyrate-
producing bacteria and an increase in opportunistic bacteria
among T2D patients as well as an enrichment of other micro-
bial functions conferring sulphate reduction and oxidative
stress resistance [90]. This is particularly relevant because only
a limited number of bacterial species have been identified as
being involved in the metabolism of polyphenols [91].

The 3-week consumption of a phenolic compounds
enriched virgin olive oil, containing a mixture of olive oil
and thyme phenolic compounds, decreases systemic oxidized
LDL and increases bifidobacterium population and microbial
metabolites of phenolic compound in faeces from hypercho-
lesterolemic humans [92]. However, this was a small ran-
domized controlled trial only including 12 participants.
For instance, in vitro digestion of water-insoluble cocoa
fractions to investigate the biotransformation of polyphe-
nols demonstrated that bacterial fermentation of the insoluble
material was associated with an increase of bifidobacteria and
lactobacilli as well as butyrate production [93]. Flavanols were
converted into phenolic acids by the microbiota resulting in an
increasing concentration of 3-hydroxyphenylpropionic acid
[93]. In a separate randomized clinical trial, these microbial
changes were associated with significant reductions in plasma
triacylglycerol and C-reactive proteins, suggesting the poten-
tial benefits associated with the dietary inclusion of flavanol-
rich foods [94].

Undoubtedly, the interplay between gut microbiome and
host and its modulation by nutrition will benefit from the
integration of information from a biology-wide systems
approach. Integration of gene sequence, metabolomics, and
other “omics” sources will pave the way towards a better
molecular understanding of the complex organisms.
System-wide computational approaches will aid testing
mechanistic hypothesis in silico on whole systems, such as
effects of diet and modulations of metabolic diseases.

8. Conclusions

In the past decades, active strategies for the prevention of
T2D focusing on healthy diets, and lifestyle in general, have
become a priority for researchers and policymakers. Growing
interest has particularly emerged on the beneficial effects of
plant-based diets for the prevention of chronic diseases
such as obesity and diabetes [4]. Polyphenols are highly
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prevalent in plant-based diets, such as the MedDiet, and
especially abundant in fruits, vegetables, legumes, cocoa,
coffee, and red wine [7]. In addition, extra-virgin olive
oil and nuts, both key components of the MedDiet, are
also polyphenol-rich foods.

Given the abundant evidence from human studies regard-
ing the intake of polyphenols, and their food sources, on
related-diabetes risk factors, this narrative review has focused
on well-conducted clinical trials and prospective cohort stud-
ies with special attention paid to extra-virgin olive oil, nut,
and red wine consumption but also other polyphenol-rich
foods. These key components of the MedDiet were inversely
associated with insulin resistance and T2D risk in observa-
tional studies [46]. The intake of specific polyphenols, espe-
cially flavan-3-ols and their food sources, has demonstrated
overall beneficial effects on improving insulin resistance,
chronic systemic inflammation, oxidative stress, and other
cardiometabolic risk factors in trials that tested effects of acute,
moderate-term, or relatively long-term (up to a year) intake of
flavan-3-ols [14-16]. Moreover, findings from prospective
cohort studies have suggested inverse associations between
the intake of total flavonoids and specific flavonoid subclasses
and the risk of T2D [13, 35-37], although some controversial
results still exist.

Given the chemical structures of dietary polyphenols,
multiple bioactivities are displayed by interacting with
molecular pathways particularly relevant for glucose homeo-
stasis. A preliminary track of evidence for genotype-
polyphenol interaction is emerging from coffee consumption
and benefits on glycemia control [74]. In addition, adherence
to the MedDiet, a polyphenol-rich dietary pattern, has been
shown to reduce the adverse effect of the TCF7L2 polymor-
phism on fasting glucose [77]. The role of polyphenol-rich
foods on TCF7L2 locus is therefore likely to be relevant.

The advancement in sophisticated omics methodologies
has allowed the determination of molecules involved in the
nutritional genomics (genetic/epigenetic, transcriptome/epi-
genomics, proteome, and metabolome), metagenomics, and
other environmental exposures, but mainly as markers of
compliance. Therefore, the integration of gene sequencing
and omics techniques will lead towards a molecular under-
standing of the complex organisms. System-wide computa-
tional approaches will thus contribute to the study of the
effects of diet on modulation of metabolic diseases by testing
the hypothetical mechanisms in silico on whole systems.

In conclusion, the intake of polyphenols may be benefi-
cial for both insulin resistance and T2D risk.
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The aim of the study was to assess the relationship between the dietary polyphenol intake (DPI) and the dietary total antioxidant
capacity (DTAC) and the prevalence of cardiovascular disease (CVD) in postmenopausal women. Participants were 916
postmenopausal women diagnosed with CVD and 1683 postmenopausal women without history of CVD, who took part in the
population-based studies carried out in Poland: WOBASZ (2003-2005) and WOBASZ II (2013-2014). Nutritional data were
collected using a single 24-hour dietary recall. DPI and DTAC in the CVD women were significantly lower and accounted for
1766.39 mg/d and 10.84 mmol/d, respectively, versus 1920.57 mg/d and 11.85mmol/d in the women without CVD, but these
differences disappeared after the standardization for energy input. Also, in the multiple-adjustment model, higher DPI, but not
DTAC, was associated with the reduced odds ratio for the prevalence of CVD. Beverages, mainly coffee and tea, contributed in
more than 40% to DPI and in more than a half to DTAC. In this study, higher dietary polyphenol intake, but not the dietary
total antioxidant capacity, was inversely associated with CVD in postmenopausal women, which points to the health benefits of
increased polyphenol intake from food sources for these women.

1. Introduction

Cardiovascular disease (CVD) is the leading cause of
mortality in postmenopausal women [1]. Unfavorable
behavioral factors during the life as tobacco use, physical
inactivity, unhealthy diet, and harmful use of alcohol are
fundamental for CVD risk [2]. Deleterious lifestyle
patterns translate to the occurrence of intermediate risk
factors as raised blood glucose and lipid levels, increased
blood pressure, and overweight/obesity [3]. CVD incidence
increases with age, and particularly in women, which

raises after menopause. Termination of the secretory
ovarian function contributes to this morbidity [4].
Because life expectancy has improved and can be up to
one-third after menopause and due to increased morbid-
ity and mortality, postmenopausal women should be
targeted with all sorts of activities that would reduce
the risk of CVD.

At the ground of several chronic diseases that include
CVD, diabetes, neurodegenerative diseases (Parkinson’s dis-
ease and Alzheimer’s disease), and cancer and aging is oxida-
tive stress [5]. An excessive generation of extremely reactive
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FIGURE 1: Flow chart of the study participants.

oxygen species (ROS) in the body leads to oxidative damage
to cellular structures [6]. Some evidence suggests that
mechanisms of antioxidant protection can deteriorate with
age [7]. Furthermore, heart tissues of elderly people tend to
be more vulnerable to oxidative stress, because of the
disturbed metabolism in the mitochondria, which leads to
oxidative injury [8]. Dietary antioxidants are one of the
several lines of defense against cardiovascular disease, dia-
betes, and cancer. The most important are redox-active
dietary constituents as vitamins C and E, carotenoids,
and polyphenols [9].

Polyphenols, which are secondary plant metabolites, dis-
play potential health effects. The main classes of phenolic
compounds include phenolic acids, flavonoids, stilbenes,
and lignans [10]. Food products are generally sources of all
classes of polyphenols, but they occur in different propor-
tions. The most abundant dietary polyphenols, however, are
phenolic acids and flavonoids [11].

The aim of the study was to assess the relationship
between the dietary polyphenol intake (DPI) and the dietary
total antioxidant capacity (DTAC) and the prevalence of
CVD in postmenopausal women and to establish the main
dietary sources of polyphenols and antioxidants in postmen-
opausal women with and without history of CVD.

2. Material and Methods

2.1. Participants. The study examined general, anthropomet-
ric, biochemical, and dietary data collected from 2599
postmenopausal women, participants of the two largest

population-based cross-sectional studies carried out in
Poland: Polish National Multicenter Health Examination
Surveys—WOBASZ (2003-2005) and WOBASZ II (2013-
2014), which were carried out by the National Institute of
Cardiology, Warsaw, Poland, in collaboration with five Pol-
ish medical universities. The rationale, design, and methods
of the WOBASZ and WOBASZ 1I studies were described in
previous publications [12-14]. Women were selected for
the current analysis on the basis of the occurrence of natural
menopause and on the basis of completed records. Uniform
criteria of six months from the termination of menstruation
have been adopted in both WOBASZ studies in accordance
with the study manual. The exclusion criteria were preg-
nancy and surgical menopause. Then, a group of 916 women
with medically diagnosed cardiovascular disease (CVD) was
extracted from the general study group of postmenopausal
women. The remaining women without past history of
CVD have served as control. The flow chart of the study par-
ticipants is provided in Figure 1.

2.2. Data Collection. Data on marital status, level of educa-
tion, menopause status, family history of CVD, history of
myocardial infarction or stroke, medications and supple-
ments used, leisure-time physical activity, alcohol intake,
and smoking habit were collected from a self-reported stan-
dardized questionnaire designed for the WOBASZ study.
Cardiovascular disease (CVD) classification was adopted in
accordance with the WHO [15]. Hypertension has been
recognized if systolic BP>140mmHg and/or diastolic
BP>90mmHg and/or when antihypertensive drugs were
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TaBLE 1: General description of the studied postmenopausal women with and without CVD.

Trait Women diagnosed with CVD Women without CVD Significance

N =916 N =1683 level
Mean +SD or % Mean + SD or % p

Age (years) 65.5+9.2 60.98 +8.4 <0.0001

Marital status (%)

Married 57.2 63.9 0.001

Single 42.8 36.1

Level of education (%)

Under middle 61.0 55.2 0.009

Middle 31.9 354

Academic 7.1 9.5

Age of natural menopause (years), mean, SD, range 499+44 50.0 +4.1 0.875

Duration of menopause (years), mean, SD, range 15.6+9.6 11.0+8.6 <0.0001

Family history of CVD (%) 394 36.1 0.098

Diseases (%)

Hypertension 73.1 57.3 <0.0001

Myocardial infarction 12.6 0 <0.0001

Stroke 7.9 0 <0.0001

Diabetes 19.8 13.4 <0.0001

Medication

Menopause hormone therapy (%) 3.8 4.9 0.178

Hypotensive drugs (%) 61.0 34.9 <0.0001

Cholesterol-lowering therapy (%) 29.3 13.5 <0.0001

Antidiabetic medication or insulin (%) 15.6 8.2 <0.0001

Smoking status (%)

Current smokers 12.5 20.9 <0.0001

Past smokers 18.6 17.7

Never smokers 68.9 61.4

Leisure-time physical activity (%)

Low level 52.1 47.8 0.107

Middle level 16.5 184

High level 31.3 33.8

BMI (kg/m?) (%)

Underweight (BMI < 18.5) 0.3 0.7 <0.0001

Normal (BMI 18.5-24.99) 28.2 27.8

Overweight (BMI 25-29.99) 35.2 39.2

Obesity (BMI > 30) 443 322

Abdominal obesity (%) 71.1 62.5 <0.0001

il)llzgzimentation with antioxidant vitamins (A, C, and 9.9 3.9 0391

Alcohol intake (g pure ethanol/day), mean, SD 0.7+2.7 1.0+2.9 <0.0001

Fasting glucose (mmol/l), mean, SD 57+1.9 55+1.6 0.531

Total cholesterol (mmol/l), mean, SD 54+1.2 58+1.3 <0.0001

LDL cholesterol (mmol/l), mean, SD 32+1.1 3.6+1.1 <0.0001

HDL cholesterol (mmol/l), mean, SD 1.4+04 1.5+0.4 <0.0001

Triglyceride (mmol/l), mean, SD 1.6+1.0 1.5+0.8 0.1006

used. Criteria for diabetes were glucose level >7.0 mmol/L
and/or the use of glucose-lowering drugs. Two categories of
the marital status were included: married and singles, while
“singles” were widows, unmarried women, divorced, and

separated. Education level was given in three categories: (1)
under middle—no education, partial or completed education
for primary level, vocational lower secondary education, and
partial secondary education; (2) middle—secondary



education and partial academic education; and (3) academic
education. Smoking status was assessed in three categories:
current smokers, past smokers, and never smokers, depend-
ing on a habit of smoking at least one cigarette a day. Physical
activity at leisure was assessed at a low level —when there was
no such physical activity, for example, jogging, cycling,
swimming, and gardening for at least 30 minutes a day or
only occasional activity (once a week, several times a month,
and several times a year); middle level—physical activity, for
example, jogging, cycling, swimming, and gardening was for
at least 30 minutes a day every second or third day; and high
level—physical activity as given above every day or almost
every day. Body measurements, such as height, body mass,
and waist circumference were taken by the personnel trained
in standard procedures. The body mass index (BMI) was cal-
culated as weight in kilograms divided by the square of height
in meters. Abdominal obesity has been recognized if waist
circumference was >88cm. Supplementation with at least
one of the antioxidant vitamins (A, C, and E) was collected
from the self-reported WOBASZ questionnaire. Blood pres-
sure (BP) was measured three times on the right arm after
5 minutes of resting in a sitting position in one-minute inter-
vals, and the final BP was calculated as an average of the sec-
ond and third measurements. Biochemical analyses, as
fasting glucose, total cholesterol, LDL cholesterol, HDL cho-
lesterol, and triglycerides, were carried out at the Central
Laboratory of the National Institute of Cardiology, Warsaw.
General description of the study group, stratified by CVD
status, is given in Table 1.

The WOBASZ study protocol was approved by the Bio-
ethics Committee of the National Institute of Cardiology
(WOBASZ, number 708) and (WOBASZ II, number 1344).

2.3. Dietary Assessment. Nutritional data were collected by
qualified interviewers using a single 24-hour dietary recall.
On the basis of the recalls, it was found that 367 dishes, food
items, and beverages consumed by the participants were
sources of polyphenol intakes. These products were grouped
into 5 food categories: beverages (alcoholic and nonalcoho-
lic)—coffee, tea, wine, beer, fruit drinks, and juices; cereals—
bread (wheat, rye, and mixed), groats, and macaroni; fruit
(fresh, frozen, dried, and jam); vegetables (fresh, frozen, pick-
led, and legumes); and other food products—cocoa products
(chocolates—semisweet chocolate, bitter chocolate, and
white chocolate; cocoa), nuts and seeds (almonds, peanut,
coconut, hazelnuts, pistachio, walnuts, poppy seeds, sesame
seeds, sunflower seeds, and pumpkin seeds), cookies and pas-
try, and other sweets (candies, etc.). The meal preparation
techniques were taken into consideration as factors affecting
the polyphenol contents of food items. Individual compo-
nents of complex dishes have been extracted using dish rec-
ipes from the Polish Food Composition Tables [16]. These
recipes give the amounts of food items required for 100 g dish
portion, with consideration of yield factors. A quantitative
composition of plant components of ready-to-eat foods was
taken according to information given on food labels. For fruit
yoghurt, for example, a typical amount of 5% respective
added fruit has been taken for the calculations.
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2.4. Estimation of Dietary Antioxidant Activity and
Polyphenol Intake. Antioxidant activity of food products
was mostly taken from our own databases of ferric-
reducing antioxidant potential (FRAP) of food [17, 18],
which represent mean values of antioxidant activity for 69
food products. Some missing values were complemented
with other databases [19]. Dietary antioxidant activity per
day as well as daily intakes of polyphenols was determined
by multiplying the daily consumption of individual food
items by antioxidant activity and polyphenol contents in
these food items. The intake of total polyphenols was esti-
mated using our own total polyphenol databases [17, 18] as
well as the online Phenol-Explorer database [20]. For the cal-
culation of dietary polyphenol intake (DPI) and the dietary
total antioxidant capacity (DTAC) by different databases,
the same food items and the same culinary techniques were
taken into account.

2.5. Statistical Analyses. Descriptive data for the study pop-
ulation characteristics of women diagnosed with CVD and
of women without history of CVD were calculated as
means and SDs for the continuous variables and as per-
centages for the categorical variables. For comparison pur-
poses of dietary intakes, Student’s t-test was used. DTAC
and DPI are given unadjusted and adjusted to 1000 kcal
to correct for total energy intake. Additionally, all post-
menopausal women were grouped into quartiles based on
DTAC and DPI total values. Percentages of women diag-
nosed with CVD were calculated across quartiles of DTAC
and DPI. For nonnormally distributed data, such as con-
tributions of food categories to DTAC and DPI, Kruskal-
Wallis test was used. Odds ratios (ORs) with the corre-
sponding 95% confidence intervals (CIs) for CVD by
DTAC and DPI, unadjusted and adjusted for age, smok-
ing, alcohol intake, education, physical activity, and meno-
pause hormone therapy, were calculated using logistic
regression. Due to a wide span between the lowest and
the highest value of polyphenol intake, OR for DPI was
calculated by 100units (100mg/d). All tests of statistical
significance were two-sided. The SAS software version
9.2 (SAS Institute Inc., Cary, NC) was used for all the sta-
tistical calculations.

3. Results

Table 2 displays the mean dietary intakes in the studied post-
menopausal women, stratified by the CVD status. It was
found that CVD women had statistically lower energy input
as well as essential nutrient intakes (protein, carbohydrates,
total fat, saturated fat, and cholesterol) compared to the
women without CVD. Energy from food was lower in CVD
women approximately by 8%, protein by 6%, carbohydrate
by 7%, total fat and saturated fat by 11%, and cholesterol by
11.5%. Table 2 also provides the consumption of the most
important groups of food products that contain polyphenols,
which are vegetables, fruit, tea, and coffee [11]. There were no
significant differences in the intake of vegetables, fruits, and
tea between the groups of women. However, it was found that
women with CVD consumed significantly less coffee. DPI
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TABLE 2: Mean dietary intakes in the postmenopausal women by prevalence of CVD.
Women diagnosed with CVD Women without CVD
Consumption N =916 N =1683
Mean + SD Mean + SD p

Energy from food (kcal/d), mean, SD 1516.9 £579.5 1652.9 £628.1 <0.0001
Protein (g/d), mean, SD 55.6+22.7 58.9+23.6 <0.0001
Carbohydrate (g/d), mean, SD 209.1 +£86.2 224.34+90.1 <0.0001
Total fat (g/d), mean, SD 57.7 +28.7 64.9+31.9 <0.0001
Saturated fat (g/d), mean, SD 21.7+11.9 244+ 13.0 <0.0001
Cholesterol (mg/d), mean, SD 207.1 +140.0 234.2 +153.7 <0.0001
Vegetables (g/d) 215.0+156.0 214.0+£155.0 0.850
Fruits (g/d) 214.0+£226.0 216.0£227.0 0.989
Tea (g/d) 360.9 +£251.7 348.1 £250.6 0.180
Coffee (g/d) 129.6 +165.5 175.3+171.9 <0.0001
DPI (mg/d/1000 kcal) 1243.0 £ 654.0 1236.0 £ 528.0 0.493
DTAC (mmol/d/1000 kcal) 7.7+5.6 7.7+4.6 0.099

and DTAC, standardized for 1000 kcal of energy, were not
significantly different.
Taking into account the raw data, the variables tested

TaBLE 3: Odds ratios (ORs) and 95% confidence intervals (CIs) for
prevalence of CVD by dietary total antioxidant -capacity
(continuous) and dietary polyphenol intake (per 100 mg/d).

in this study, such as DPI and DTAC, were associated bl Model 1° Model 2°
with reduced odds of CVD in postmenopausal women Variables OR (95% CI) OR (95% CI)
(Table 3). Analysis of this data indicates that the women DPI (mg/d) 0.977 (0.968; 0.987)  0.989 (0.978; 0.999)

with higher DPI (per 100units=100mg/d) and higher
DTAC had 2.3% reduced odds of CVD. Adjustments for
multiple variables such as age, smoking, alcohol intake,
education, physical activity, and menopause hormone ther-
apy, however, reduced the odds ratio of CVD to 1.1% in
the case of DPI, while DTAC was no longer associated
with the reduced odds of CVD.

Table 4 shows the percentages of the women with CVD
in the individual quartiles of DTAC and DPI, unadjusted as
well as adjusted for age, smoking, alcohol intake, education,
physical activity, and menopause hormone therapy. The
mean values for the lowest versus highest quartiles were as
follows: for DPI, it was 948 mg/d versus 2975.8 mg/d and
for DTAG, it was 5.05mmol/d versus 19.87 mmol/l. In the
case of both DPI and DTAC, the increasing percent of
CVD women within the decreasing DPI and DTAC quartiles
was observed. Given the unadjusted data, the least propor-
tion of the women with CVD (29.54%) was observed in the
highest quartile of DPI (14.28-191.82mmol/d) and the
largest proportion of the women with CVD (42.06%) was
in the lowest quartile of DTAC (range 0.22-7.18 mmol/d).
In the case of unadjusted data concerning DPI, the largest
percentage of the women with CVD (42.84%) was found in
the lowest quartile of DPI (range 1120-1263 mg/d) and the
least proportion of the women with CVD (28.15%) was
found in the highest quartile of DPI (2303-8793 mg/d). Also
in this case, a significant decreasing trend toward the lower
percentage of CVD women within the individual increasing
DPI quartiles was observed, which was still significant even
after the adjustment for age, smoking, alcohol intake, educa-
tion, physical activity, and menopause hormone therapy. The
percentage of CVD women within the individual DTAC

DTAC (mmol/d) 0.977 (0.964; 0.990) 0.992 (0.979; 1.005)

“Unadjusted. bAdjus'[ed for age, smoking, alcohol intake, education, physical
activity, and menopause hormone therapy.

quartiles was gradually decreasing. This trend was statisti-
cally significant. However, in a multiple-adjustment model,
this tendency was no longer significant for DTAC.

Table 5 shows the contributions of individual food cate-
gories to the DPI value in the women with and without
CVD. The total DPIs in the individual groups were
1766.39 mg/d in the CVD women and 1920.57 mg/d in the
women without CVD. These values were statistically signifi-
cant at p < 0.0001. The total DPIs in both study groups were
mostly affected by the consumption of beverages, which con-
tributed to the total DPI in 41.81% in the case of the CVD
women and in 44.19% in the women without CVD. These
differences were statistically significant at p <0.001. In the
both groups of women, the coffee and tea consumption
accounted for about 98% of the beverages’ DPI value. The
remaining food categories contributed less to the total DPI
value. They were listed according to the decreasing impact:
fruits (26.31% in the CVD women and 24.05% in the women
without CVD), cereals (14.10% and 13.34%, resp.), vegetables
(12.12% and 11.88%, resp.), and other food categories (5.66%
and 6.54%, resp.). DPI values from vegetables (p = 0.044) and
other foods (p=0.0002) were significantly lower in the
women diagnosed with CVD. Taking into account the
individual food products, given in a descending order, con-
sumption of tea (21.34%), coffee (19.56%), apples (12.79%),
potato (5.51%), and mixed bread (4.87%) had the largest
impact on DPI in CVD women, as measured by the
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TABLE 4: Percentages of CVD women, odds ratios (ORs), and 95% confidence intervals (ClIs) for prevalence of CVD by quartiles of
DTAC and DPI.

Parameters Quartile 1 Quartile 2 Quartile 3 Quartile 4 p
Mean + SD 948.2 +236 1523.2 + 142 2016.3+154 2975.8+724
Range (1120-1263) (1264-1759) (1760-2302) (2303-8793)
DPI (mg/d) X
% CVD 42.84 36.00 34.00 28.15 <0.0001
% CVDP 40.60 35.04 34.50 31.80 0.011
Mean + SD 5.05+1.50 8.84+0.96 12.20+1.05 19.87+9.74
Range 0.22-7.18 7.19-10.48 10.49-14.27 14.28-191.82
DTAC (mmol/d) 8 ( ) ( ) ( ) ( )
% CVD 42.06 36.31 33.08 29.54 <0.0001
9% CVD" 39.72 34.87 34.12 33.17 0.073
*Unadjusted. "Adjusted for age, smoking, alcohol intake, education, physical activity, and menopause hormone therapy.
TaBLE 5: Contributions of food categories to DPI in the women with and without CVD.
Food cateories Women with CVD Women without CVD value
8 N =916 N =1683 P
mg/d (mean + SD) 738.47 + 471 848.61 +492
Contribution to
Beverages DTAC (%) 4181 44.19 <0.001
Major sources
(% contribution)* Tea (21.34), coffee (19.56) Coffee (24.34), tea (18.94)
mg/d (mean + SD) 249.01 £ 150 256.17 £ 157
Contribution to
Cereals DTAC (%) 14.10 13.34 0.188
ajor sources ixed bread (4.87), rye bread (3.36), wheat ixed bread (5.59), past .83), rye brea
Maj Mixed bread (4.87), rye bread (3.36), wh Mixed bread (5.59), pastry (2.83), rye bread
(% contribution)* bread (3.20) (2.91)
mg/d (mean + SD) 464.72 +519 461.86 +499
Contribution to
Fruit DTAC (%) 2631 2405 0.735
Major sources Apples (12.79), plums (3.61), strawberries Apples (12.33), plums (2.75), strawberries
(% contribution)* (2.25) (2.12)
mg/d (mean + SD) 214.09 + 147 228.23 +156
Contribution to
Vegetables DTAC (%) 12.12 11.88 0.044
Major sources (%
contribution)* Potato (5.51), tomato (1.49), cabbage (1.39) Potato (5.56), cabbage (1.33), tomato (1.30)
mg/d (mean + SD) 100.10 £ 199 125.70 £ 208
Contribution to
Other fgod DTAC (%) 5.66 6.54 0.0002
categories
Major sources Cookies and pastry (2.50), cocoa products ~ Cookies and pastry (2.83), cocoa products
(% contribution)* (2.08), nuts and seeds (0.81) (2.53), nuts and seeds (0.86)
mg/d (mean + SD) 1766.39 + 865 1920.57 + 825
Total ibuti <0.0001
Contribution to 100 100

DTAC (%)

*In each food category, individual food products with the strongest impact on the DPI were only listed.

percentage of the DPI value. Similarly, among women with-
out CVD, the most important foods that influenced DPI were
also (in a descending order) coffee (24.34%), tea (18.94%),
apples (12.33%), mixed bread (5.59%), and potato (5.56%).
The total and the partial (for each food category) DTAC
values for CVD women and the women without CVD are given
in Table 6. The total DTAC of 10.84 mmol/d in the women
diagnosed with CVD was significantly lower in comparison

tothatof 11.85 mmol/d in the women without CVD. Beverages
were the main food category which contributed in more than a
halfto the DTACtotal value: 53.87% and 57.13% in the women
diagnosed with CVD and in the women without CVD, respec-
tively. These differences were statistically significant at
p <0.001. Among the beverages, which included alcoholic
and nonalcoholic drinks, the consumption of coffee and tea
affected the DTAC in the respective groups of women (with
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TaBLE 6: Contributions of food categories to DTAC in the women with and without CVD and major dietary sources that impact DTAC

within each food category.

Women with CVD

Women without CVD

Food categories N=916 N = 1683 p value
mmol/d 5.84+3.84 6.77 +4.03 <0.001
(mean + SD)
Beverages Contribution to 53.87 57.13
& DTAC (%) : :
Major sources
(% contribution)* Coffee (26.57), tea (26.11) Coffee (32.83), tea (23.04)
mmol/d (mean 0.38+0.29 0.39+0.27
+SD)
Contribution to
Cereals DTAC (%) 3,51 3.29 0.206
Major sources Mixed bread (1.11), rye bread (0.83), wheat Mixed bread (1.27), rye bread (0.68), wheat
(% contribution)* bread (0.74) bread (0.59)
mmol/d (mean
+SD) 2.19+348 2.11+3.05
. Contribution to
Fruit DTAC (%) 20.20 17.81 0.427
Major sources  Apples (5.81), strawberries (3.69), plums (2.03), Apples (5.57), strawberries (3.38), plums (1.6),
(% contribution)* grapes (1.94) grapes (1.43)
mmol/d (mean
+SD) 1.67 +1.58 1.77 +1.62
Contribution to
Vegetables DTAC (%) 15.41 14.94 0.124
Major sources Potato (5.63), beetroot (2.77), cabbage (1.85), Potato (5.65), beetroot (2.70), cabbage (1.94),
(% contribution)*  tomato (1.11), broccoli and cauliflower (0.92)  broccoli and cauliflower (1.01), tomato (0.93)
mmol/d (mean 0.76 £ 5.82 0.81+3.46
+SD)
Other Contribution to
foods DTAC (%) 7.01 6.83 <0.0001
Major sources Nuts and seeds (3.41), cocoa products (1.85), Nuts and seeds (2.87), cookies and pastry
(% contribution)* cookies and pastry (0.73) (2.87), cocoa products (1.94)
mmo}r/ csllgl;’ean 10.84 + 8.53 11.85 + 6.66
Total c t_'b fion ¢ <0.0001
ontribution to
DTAC (%) 100 100

*In each category of food products, only those that had the greatest impact on the DTAC were listed.

CVD and without CVD) in the same extent 0of 97.8%. The other
food categories ranked in terms of impact on the DTAC in the
women with CVD versus the women without CVD were fruits,
vegetables, other food categories, and cereals. DTAC from the
foods grouped in the category of other foods was significantly
lower in the CVD women (p <0.0001). It was found that
within each of the categories of food, similar foods affected par-
tial DTACs in the both groups of women. For example, apples,
strawberries, plums, and grapes delivered most of the DTACin
the fruit food category both in the women with CVD and in the
women without CVD. Similar observations were made for
cereals, vegetables, and other food categories. With regard to
individual food products, a consumption of coffee (26.57%),
tea (26.11%), apples (5.81%), potato (5.63%), strawberries
(3.69%), and nuts and seeds (3.41%) had the greatest impact
on the DTAC in CVD women. Among the women without
CVD, the food products, which in the largest percentage

influenced on DTAC, were coffee (32.83%), tea (23.04%),
potato (5.65%), apples (5.57%), strawberries (3.38%), and nuts
and seeds (2.87%).

4. Discussion

The results of the present study indicated that polyphenol
intake and the antioxidant activity in postmenopausal CVD
women were significantly lower and accounted for
1766.39mg/d and 10.84mmol/d, respectively, versus
1920.57mg/d and 11.85mmol/d in the women without
CVD. However, lower energy intake among women with
CVD compared to the women without history of CVD led
us to make adjustments for energy. After the adjustment to
1000 keal, both DPI and DTAC did not differ between the
groups. Interestingly, in contrast to the current research, in
an earlier analysis based on the WOBASZ (2003-2005) study



concerning CVD women of different ages, an increase in die-
tary antioxidant activity and a greater consumption of poly-
phenols than those in the healthy women were observed,
which was explained by healthier dietary choices by CVD
women [21]. In contrast, the present study shows dietary
modifications made by postmenopausal CVD women in
terms of reduced calorie and coftee intakes, but the consump-
tion of vegetables and fruits was at a similar level. These mod-
ifications were reflected in the DPI and DTAC values. At the
same time, the study indicates (after the adjustment of model
for multiple variables as age, smoking, alcohol intake, educa-
tion, physical activity, and menopause hormone therapy)
that there was a small reduction observed with regard to
DPI, but no decline in the odds of CVD in the women
according to DTAC. In addition, it was found that coffee
and tea were the main sources of DPI and DTAC in the stud-
ied postmenopausal women, which is consistent with other
observations in Polish urban population [22].

Senescence is characterized by increased rates of hyper-
tension, diabetes, CVD, and cancer [23]. Several studies
found an inverse relationship between dietary total antioxi-
dant capacity (DTAC) and the risk of chronic diseases in
aging people. A meta-analysis of those data concluded that
DTAC has a great potential for clinical applications and pub-
lic health [24]. Previously, we found a diminished DTAC
value in an elderly population, and particularly in the elderly
women, compared to that in the young and middle-aged sub-
jects [25]. DTAC, among other things, corresponds with
polyphenol content in the diet. It has not been established,
however, whether the effect of polyphenols on cardiovascular
health is directly related to their antioxidant activity [26].
Several other mechanisms of polyphenol action in humans,
which are not related to direct antioxidant activity, have been
suggested, including microbiota transformation or the
enhancement of internal mechanisms of antioxidant protec-
tion [27, 28]. Regardless of the mechanisms of action, benefi-
cial polyphenol effects on the heart health were observed. In
the PREDIMED study, a 46% reduction in the risk of CVD
during 4.3 years of a follow-up period was observed, compar-
ing Q5 with Q1 of total polyphenol intake [29]. Recently, we
found that the existing databases of dietary polyphenols are
partially incomplete and should be further expanded to bet-
ter reflect the dietary polyphenol contents in foods [11].
Therefore, on the basis of our own dietary database [17, 18]
as well as of other available published databases [20] and tak-
ing into account the amounts of individual food consumed,
we calculated dietary polyphenol intakes (DPI) for postmen-
opausal women with CVD and the non-CVD women.
Likewise, dietary total antioxidant capacity (DTAC) was
calculated using our own [17, 18] and other commonly acces-
sible databases [19], which are based on the FRAP (ferric-
reducing antioxidant potential) assay. At this point, it should
be mentioned that the research methodology of dietary TAC
is varied. The FRAP assay is the most widely used experimen-
tal method to assess TAC in foods, although several methods
have been developed for measuring total antioxidant capacity
[27]. Several studies demonstrate that higher TAC from diet
and supplements beneficially alters lipid and glucose profiles
[30, 31], improves endothelial function [32], and reduces
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systemic inflammation [33]. Recent clinical studies have
shown that higher TAC from diet and supplements can be
associated with a decrease in inflammatory markers in over-
weight/obese postmenopausal women [34]. Supplements in
this study largely contributed to the TAC value. Conversely,
reduced rates of CVD were not observed for a single antiox-
idant vitamin supplement (beta-carotene, vitamin C, and
vitamin E) users in randomized controlled trials [35, 36]. In
contrast to this research, supplementation in our study was
not calculated, with reference to the purpose of the study,
which was to demonstrate a dietary impact on TAC. In addi-
tion to this, in various studies, DTAC has been calculated
with different methods. DTAC in our own study was deter-
mined by using the experimental FRAP method that mea-
sures combined TACs of food samples [27]. It is common
to use the FRAP assay in order to assess the relationship
between the dietary TAC and the occurrence of diseases. In
several studies, a negative association between the dietary
TAC and the occurrence of cancers has been found [37,
38], although not all studies support the existence of such
dependency [39]. Another approach is to determine DTAC
on the basis of theoretical calculations of individual antioxi-
dants (polyphenols, carotenoids, and vitamins C and E) in
food products. In our study, however, TAC value of individ-
ual food products results from a complex interaction of many
of the components included in one food sample. We found,
however, that diets with higher TAC, after adjustment for
potential confounders for CVD in postmenopausal women
such as age, smoking, alcohol intake, education, physical
activity, and menopause hormone therapy, in contrast to
DPI, were not associated with the reduced odds of CVD. Pos-
sibly, the content of antioxidants in the diet is insufficient to
significantly affect the level of antioxidants in the human
body. Generally, despite polyphenol dietary abundance, their
bioavailability is rather low [26]. Therefore, other mecha-
nisms for their actions are suggested, as it was mentioned
before. In addition, bioavailability of some other food ingre-
dients, such as carotenoids, for example, can be negatively
affected by the digestion and absorption process [40].

Quartile analysis provides more information on the
relationship between DTAC and DPI and the prevalence
of CVD. Despite that DTAC in the upper quartile is
almost four times higher than that in the bottom quartile,
the number of women with CVD in the upper quartile is
only about 17% lower in the model of multiple adjust-
ments than that in the bottom quartile, and this trend is
not significant. A similar situation applies to DPI, which
in the upper quartile is three times higher than that in
the lower quartile, while the number of women with
CVD in the upper quartile is only ~22% lower than that
in the bottom quartile. However, in the case of DPI, this
trend is statistically significant, showing that the total
polyphenol intake may affect the incidence of CVD only
to a small extent, while other factors such as lifestyle-
related factors, may be relevant to CVD risk in postmeno-
pausal women. It is also possible that only an in-depth
analysis of individual polyphenols could give the answer
to the argument raised in this paper, but this requires fur-
ther analysis.
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By comparing the composition of the diets in the both
groups of women, we found that the supply of energy, pro-
tein, carbohydrates, and fats was significantly lower in the
women with CVD. Lower energy and nutrient intakes might
have resulted somewhat from both an older age of the CVD
women and possibly due to the nutritional restrictions
because of the increased body mass as well as larger preva-
lence of diabetes in the group of CVD women. CVD women
in this study were characterized by a higher proportion of
obesity cases [44.3%) and diabetes (19.8%) compared to
non-CVD women (32.2% and 13.4%, resp.). The prevalence
of overweight and obesity is common in postmenopausal
women in the Polish population [41], and an excessive body
weight is associated with oxidative stress [42]. We also found
that despite the lower energy and nutrient intakes from the
diet, the supply of vegetables and fruits in the postmeno-
pausal CVD women remained similar to that in the women
without CVD. Vegetables and fruit are together a group of
food that was consumed in the highest amounts (together,
they represent the amount of 430g/d). They were one of
the main sources of antioxidants and polyphenols in the both
groups of women. Also, the structure of food consumed by
the participants was similar in the respective groups of
women. The main beverages in either case were coffee and
tea. The tea intake did not differ significantly between the
two groups of women, while the consumption of coffee was
significantly lower among CVD women. Some alcoholic bev-
erages, such as wine and beer, which normally are polyphe-
nolic supplies for the general population, had no impact on
the DPI and DTAC values in the studied group of postmen-
opausal women.

The results concerning the intake of coffee and the risk of
CVD are conflicting. One of the most important risk factors
of CVD is high blood pressure. In hypertensive elderly pop-
ulations, a habitual coffee drinking may lead to uncontrolled
blood pressure (BP) [43]. However, several cohort studies
and a meta-analysis do not confirm an association between
longer-term coffee consumption and increased BP and also
between habitual coffee consumption and the increased risk
of CVD in hypertensive subjects [44]. In other study in
Poland, it was indicated that the risk of hypertension was
lower in persons consuming moderate amount of coffee (3-
4 cups/day) and higher intake of coffee was not protective
[45]. A literature search shows that moderate intake of coffee
appears to be protective against CVD [46-49] and coffee con-
sumption can confer benefits, particularly for postmeno-
pausal women, by reducing inflammation and the risk of
CVD [50]. Recent studies demonstrate that drinking 1-2 cups
of coffee per day in women reduces the risk of mortality due
to CVD, and this effect was observed in nonsmokers only
[46]. Interestingly, DPI and DTAC from the remaining food
categories did not differ in principle, with the exception of
the category of other foods (for DPI and DTAC) and
vegetables (for DPI). But overall, the beverages had a
determining influence on the total values of the DPI and
DTAC. In addition, the analysis of the structure of the
DTAC and DPI in various food categories indicates simi-
lar selection of food products in the both groups of
women (with CVD and without CVD).

This study has its strengths and limitations. The advan-
tage of this population-based study is a large group of post-
menopausal women; however, the participation rate in the
WOBASZ 1I study was rather low. Also, this study provides
data regarding the relationship between DTAC and the prev-
alence of CVD in postmenopausal women, which was not so
far studied. Among the limitations, first is the cross-sectional
nature of the study which does not allow to present time
sequence between the disease and exposure. The results
may be biased by the reverse causality; persons after the diag-
nosis of CVD could have been advised to change the diet and
to decrease the consumption of coffee. Next, a single 24-hour
recall does not reflect the long-term consumption. Therefore,
small dietary variations of the examined women might have
affected the results obtained. However, there is no satisfac-
tory tool to evaluate food consumption, and each of these
methods has its strengths and weaknesses [51]. The single
24-hour recall method was used in WOBASZ and WOBASZ
II studies, because in contrast to other methods, it is simple,
inexpensive, and relatively brief, with less potential to inter-
fere with respondent’s dietary behavior and usually with a
better response rate which translates into increased represen-
tativeness of the population. For these reasons, it is often used
in epidemiological studies. Possibly, the use of multiday
recalls would be more beneficial, because they give better esti-
mates of the population’s dietary intake [51], but there is
more burden on the respondents. Another alternative for
the 24-hour recall is a food frequency questionnaire. This lat-
ter, however, does not measure many details of dietary
intake, which is essential for the good interpretation of die-
tary intake of polyphenols, which are present in a variety of
foods. For the above reasons, a single 24-hour recall method
was selected.

5. Conclusion

In this study, higher dietary polyphenol intake, but not the
dietary total antioxidant capacity, was found to be inversely
associated with CVD in postmenopausal women, which
points to the health benefits of increased polyphenol intake
from food sources for these women.
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The aim of this work was to study the vascular effects of dietary supplementation of a nonalcoholic red wine polyphenol extract,
Provinols, in Zucker fatty (ZF) obese rats. ZF or lean rats received diet supplemented or not with Provinols for 8 weeks.
Vasoconstriction in response to phenylephrine (Phe) was then assessed in small mesenteric arteries (SMA) and the aorta with
emphasis on the contribution of cyclooxygenases (COX). Although no difference in vasoconstriction was observed between ZF
and lean rats both in SMA and the aorta, Provinols affected the contribution of COX-derived vasoconstrictor agents. The
nonselective COX inhibitor, indomethacin, reduced vasoconstriction in vessels from both groups; however, lower efficacy was
observed in Provinols-treated rats. This was associated with a reduction in thromboxane-A2 and 8-isoprostane release. The
selective COX-2 inhibitor, NS398, reduced to the same extent vasoconstriction in aortas from ZF and Provinols-treated ZF rats.
However, NS398 reduced response to Phe only in SMA from ZF rats. This was associated with a reduction in 8-isoprostane and
prostaglandin-E release. Paradoxically, Provinols decreased COX-2 expression in the aorta, while it increased its expression in
SMA. We provide here evidence of a subtle and paradoxical regulation of COX pathway by Provinols vessels from obese rats to
maintain vascular tone within a physiological range.

1. Introduction

The incidence of obesity has increased significantly world-
wide in the past decade, reaching epidemic proportions.
Obesity is commonly associated with comorbidities (such
as hypertension, dyslipidaemia, and diabetes) and with
an increased risk of premature death [1]. Obesity, in particu-
lar abdominal obesity, was shown to be a primary contribu-
tor to acquired insulin resistance, as increasing adiposity is
correlated with impaired insulin action [2, 3]. Obesity is also

associated with a broad inflammatory response, particularly,
but not exclusively, in vessels [4, 5].

There are several inflammatory mediators that impact
the vascular function in different animal models of obesity
and metabolic syndrome, such as cyclooxygenase- (COX-)
derived prostanoid derivatives [4-6]. Arachidonic acid is
released by membrane phospholipids through phospholipase
A2 cleavage; it can be metabolized by COX pathway into
prostaglandins and thromboxane A2 (TXA?2) [7]. COX exists
in two major isoforms (COX-1 and COX-2) and one variant
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(COX-3) [8]. COX-1 is found in all tissues, while COX-2 is
known as an inducible enzyme that produces, in most cases,
large amounts of prostaglandins. COX-2 is constitutively
expressed in only a few sites, such as parts of the kidney
and central nervous system, but is highly upregulated and
active at the sites of inflammation including vascular
smooth muscle cells and adipose tissue. It is known that
many prostanoid derivatives have specific vasoactive proper-
ties, thereby contributing to the local regulation of vascular
function [9].

Polyphenols constitute one of the most numerous and
ubiquitously distributed group of plant secondary metabo-
lites, present in all plants that are commonly consumed in
the Mediterranean diet, including grains, legumes, fruits,
vegetables, extra virgin olive oil, and red wine [10, 11]. Epide-
miological studies report an inverse association between
dietary polyphenol consumption and mortality from cardio-
vascular diseases [12, 13]. Furthermore, red wine-derived
polyphenols have been reported to improve cardiovascular
function in various animal models of cardiovascular diseases
and metabolic disturbances. For instance, red wine polyphe-
nols were reported to improve endothelial function and
normalise blood pressure in NO-deficient hypertensive rats
[14], in spontaneously hypertensive rats [15] and deoxycorti-
costerone acetate- (DOCA-) salt-induced hypertensive rats
[16]. In addition, red wine polyphenols were found to protect
against cardiac ischemia [17], stroke [18], and improved
cardiac function and endothelial function in obese rats [19].
Dietary polyphenols have also been found to inhibit cellular
enzymes, such as phospholipase A2 and COX, in order to
reduce arachidonic acid and prostaglandin production,
thus exerting an important anti-inflammatory action. Poly-
phenolic compounds extracted from red wine were able to
modulate COX-2 activity and gene expression in different
cell types [20-22].

We have previously reported that dietary red wine poly-
phenol extract, Provinols, improves endothelial function in
the obese Zucker fatty (ZF) rat, a common animal model
of obesity and metabolic syndrome, by reducing oxidative
stress and enhancing nitric oxide (NO) bioavailability
[19]. However, the effects of Provinols on vascular inflam-
mation and vasoreactivity have not yet been studied. The
aim of the present work was therefore to investigate the
vascular effects of a dietary supplementation of Provinols in
ZF rats, with respect to the COX pathway regulation.

2. Materials and Methods

2.1. Animals and Experimental Protocol. All animal studies
were carried out using approved institutional protocols and
conform the Guide for the Care and Use of Laboratory ani-
mals published by US National Institutes of Health (NIH
Publication number 85-23, revised 1996). The study involved
12 Zucker fatty (ZF) rats and 12 of their lean nonobese rats
(Charles River, L’Arbresle, France); all of which received,
for eight weeks, either a control diet or a diet containing a
dose of 20 mg/kg/day of Provinols (Société Francaise de Dis-
tilleries; Vallon Pont d’Arc, France), a nonalcoholic red wine
polyphenol extract. The dose of Provinols given to animals
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was described to be able to induce several cardiovascular
protective effects, such as the improvement of endothelial
function [23], the prevention of the increase in blood
pressure in NO-deficient hypertensive rats [14], and the
protection against cardiac ischemia [17], stroke [18], and
improved cardiac function and endothelial function in obese
rats [19]. The eight-week treatment has been reported to
protect against the deleterious effects of hypertension [24]
and chronic stress exposure [25] and obesity [19].

2.2. Vascular Reactivity. Aortic and small mesenteric arteries
(SMA) were obtained from ZF or lean rats having or having
not received Provinols, which were then cleaned from
connective tissue and cut into rings of 1.5-2 mm long. Vessel
rings were then mounted on a wire myograph (Danish
MyoTechnology, Aarhus, Denmark) filled with physiological
salt solution (PSS) as described previously [19, 26, 27].
The concentration-response curves were constructed by
cumulative application of phenylephrine (Phe, 1 nmol/L to
10 umol/L; Sigma-Aldrich, St. Quentin, Fallavier, France) to
vessels with functional endothelium in the presence or
absence of a given inhibitor: the NO synthase inhibitor
N“-nitro-L-arginine methyl ester (L-NAME, 100 ygmol/L;
Sigma-Aldrich), the selective COX-2 inhibitor N-(2-
cyclohexyloxy-4-nitrophenyl) methanesulfonamide (NS398,
10 umol/L; Sigma-Aldrich), or indomethacin, the nonselec-
tive COX inhibitor (INDO, 100 umol/L). All inhibitors were
used at their maximal active concentrations at which they
inhibit the release of either NO from all isoforms of NO
synthases (L-NAME), metabolites from COX-2 isoforms
(NS398), or metabolites from COX (INDO) in blood vessels,
as reported in our previous studies [26].

2.3. Determination of Prostanoid Production. Vessels with
endothelium were treated with Phe (10 gmol/L, 30 minutes,
37°C). The medium was next collected. Then, TXA2, prosta-
glandin E metabolites, prostacyclin, and total 8-isoprostane
were measured by enzyme immunoassays kits (Cayman
Chemicals, Ann Arbor, Michigan). The concentration of
prostanoids was expressed as pg/mL/mg of dry weight (dw)
tissue [28].

2.4. Western Blotting. Aortas and SMA vessels were dissected,
homogenized, and lysed. Proteins (80 pg) were separated on
10% SDS-PAGE. Blots were probed with anticyclooxygenase-
(COX-) 1 (Santa Cruz Biotechnology, Santa Cruz, CA), anti-
COX-2 (BD Biosciences, San Jose, CA), and anti-NF-«B p65
(Abcam, Paris, France) antibodies. A monoclonal mouse f-
actin antibody (Sigma-Aldrich) was used at 1/5000 dilution
for visualization of protein gel loading. The membranes were
then washed at least three times in Tris buffer solution con-
taining 0.05% Tween and incubated for 1 hour per wash at
room temperature, with the appropriate horseradish peroxi-
dase- (HRP-) conjugated secondary antibody (Amersham).
The protein antibody complexes were detected by ECL plus
(Amersham) according to the protocol of the manufacturer
as previously done [29, 30].

2.5. Staining and Imaging by Confocal Microscopy. Vessels
with endothelium were frozen and cut into 7 ym sections.
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Fixed sections were incubated (2 hours) in blocking buffer
(5% nonfat dry milk in phosphate-buffered saline). After
three washes, tissue sections were incubated overnight with
a polyclonal NF-«B p65 antibody (1:100). After three
washes, sections were incubated (1 hour) with murine Alexa
fluor-488-labeled antibody (1:100). After washes, vessel sec-
tions were mounted on glass slides and a Solamere confocal
equipment with a DLS-300 laser mounted on a Nikon Eclipse
TE 2000-S inverted microscope was used for the optical
sectioning of the tissue. Digital image recording was per-
formed using the QED in vivo software.

2.6. Carotid Tissue Dual Phase Metabolite Extraction

2.6.1. Extraction Protocol. Frozen sections of carotids
(n =10, 25 + 8 mg) were powdered in liquid N, with a mortar
and pestle and, then, immediately extracted using a dual phase
extraction method [31]. Briefly, frozen tissue fragments were
homogenized for 20 seconds in ice-cold solvents (purex-
analytical-grade) methanol and chloroform in a ratio of
2:1 (1.5mL) by using an Ultra-Turrax homogenizer. After
5 minutes in contact with the first solvents at 4°C, 0.5mL
chloroform and 0.5mL distilled water were added and
homogenized. The samples were then centrifuged at 2000
g for 30 minutes. The organic fraction was collected. Vials
were sealed under a flow of Ar and maintained at —20°C.
Prior analysis, lipid extracts were dried off and dissolved
in 400 uL of chloroform.

2.6.2. Phospholipid Analysis. Thelipid extract (200 L from the
total 400 L) was dried and dissolved in 50 L of chloroform/
methanol (1:1,v/v); 20 uL was analysed by HPLC on a Summit
DIONEX system using an Uptisphere 60H (5umol/L)
250x2mm column. The flow rate was 0.25mL/minute,
and the column temperature was kept at 25°C during all
runs. A light-scattering detector was used for the detection
(Polymer Laboratories PL-ELS2100, Church Stretton,
United Kingdom). The evaporator and nebulisator tempera-
ture was kept, respectively, at 50 and 80°C, and the nitrogen
flow was 1.8 mL/minute. A binary solvent system was used
with (A): hexane/isopropanol (82:18, v/v) and (B): isopro-
panol/water (85:15, v/v) in the presence of triethylamine
(0.014%, v/v) and acetic acid (0.5%, v/v). The gradient pro-
file was started at 5% B for 5 minutes, moved to 35% B in
25 minutes, and then to 85% B in 8 minutes. Finally,
the gradient was returned to the starting conditions in
10 minutes. The column was equilibrated for 10 minutes
before the next run.

2.6.3. Fatty Acid Analysis. Glyceryl triheptadecanoate (2 ug)
as internal standard and hexane (1 mL) was added to the lipid
extract (80 uL from the total 400 uL). Transmethylation was
performed for 1 hour in boron trifluoride methanol solution
14% (1 mL, Sigma-Aldrich) at 55°C. After the addition of
water (1 mL) to the crude, fatty acid methyl esters (FAME)
were extracted with hexane (3mlL), dried by evaporation,
and dissolved in ethyl acetate (20 uL). FAME (1 uL) were
analysed by gas-liquid chromatography [32] on a 5890
Hewlett Packard system using a Famewax RESTEK-fused
silica capillary columns (30 m x 0.32mm i.d., 0.25 mm film

thickness). Oven temperature was programmed from 110°C
to 220°C at a rate of 2°C per min, and the carrier gas was
hydrogen (0.5bar). The injector and the flame ionization
detector were at 225°C and 245°C, respectively.

2.6.4. Neutral Lipid Molecular Analysis. Internal standards
were added to the lipid extract (100 uL from the total
400 puL): 3 mg of stigmasterol, 1 mg of 1,3-dimyristine, 1 mg
of cholesteryl heptadecanoate, and 5mg of glyceryl trihepta-
decanoate. Neutral lipids were separated using a SPE column
(Strata SI-1 Silica 55um, 70 A, 100 mg), washed with 2mL
of chloroform, crudely dissolved in 20 uL of chloroform,
applied on the cartridge, and eluted with 2mL of chloro-
form. The organic phases were evaporated until dry and
dissolved in 20 uL of ethyl acetate. One uL of the lipid extract
was analysed by gas-liquid chromatography on a FOCUS
Thermo Electron system using a Zebron-1 Phenomenex-
fused silica capillary column (5mx0.32mm i.d., 0.50 mm
film thickness). Oven temperature was programmed from
200°C to 350°C at a rate of 5°C per min, and the carrier gas
was hydrogen (0.5bar). Profiles of neutral lipid molecular
species were determined according to total acyl carbon num-
ber [32]. The injector and the flame ionization detector were
operating at 315°C and 345°C, respectively.

2.7. Data Analysis. Data are expressed as mean + SEM, and
n represents the number of experiences. Statistical analyses
were performed using a one-way analysis of variance
(ANOVA) and Mann-Whitney U tests or ANOVA for
repeated measures and subsequent Bonferroni’s post hoc
test. P <0.05 was considered as statistically significant.

3. Results

3.1. Provinols Did Not Affect Contractile Response to Phe in
both Aortas and SMA from ZF Rats. The contractile response
to a vasoconstrictor agonist (Phe) was investigated in both
conductance (aorta) and resistance (SMA) arteries from ZF
and lean rats with or without Provinols treatment. As shown
in Figure 1, there was no significant difference in the contrac-
tile response to Phe between all the groups in both the aorta
and SMA. Due to the absence of differences in overall con-
traction between lean and ZF rats, the rest of the experiments
were carried out on ZF rats only.

3.2. Effect of NO Inhibition on Vascular Reactivity in Aortas
and SMA from ZF Rats. To assess the contribution of NO
levels in vasoconstriction of vessels from ZF and Provinols-
treated ZF rats, NO synthases (NOS) were inhibited using
L-NAME and then contraction in response to Phe was
assessed in both the aorta and SMA. While the nonselective
blockade of NOS did not modify contraction in response to
Phe in SMA from both groups of rats (Figures 2(a), 2(b),
and 2(c)), it potentiated to the same extent the contractile
response to Phe in aortas from both ZF and Provinols-
treated ZF rats (Figures 2(d), 2(e), and 2(f)).

3.3. Provinols Reduced the Involvement of COX-Derived
Vasoconstrictor Metabolites in SMA from Obese Rats. To
figure out the relative contribution of vasoactive prostanoid
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FiGure 1: Provinols did not affect contractile response to Phe in aortas and SMA from obese ZF rats. Shown are concentration-response
curves to phenylephrine (Phe) cumulative concentrations (M) of small mesenteric arteries (SMA, (a)) and rat aortic rings (b) from lean
and ZF rats treated or not with Provinols. Values are expressed as mean + SEM of millinewtons (mN) per mm of vessel length. N =6 in

each group.

derivatives in the contractile response to Phe in SMA,
COX isoforms were blocked using selective and non-
selective inhibitors. In ZF rats, both COX-2 (NS398)
(Figure 3(a)) and nonselective COX (INDO) (Figure 3(b))
inhibitors reduced to the same extent the contractile
response to Phe in SMA, suggesting the involvement of
COX-2-derived vasoconstrictor metabolites in this con-
tractile response. In Provinols-treated ZF rats, NS398
(Figure 3(c)) failed to affect the contractile response to
Phe; however, indomethacin (Figure 3(d)) reduced con-
traction in SMA, suggesting the implication of non-COX-
2-derived vasoconstrictor metabolites in this contractile
response. Interestingly, when we compared the contractile
response in the presence of inhibitors between the two
groups, we observed that contraction was greater in vessels
from Provinols-treated ZF rats in the presence of COX-2
inhibitor (Figures 3(e) and 3(f)), indicating a smaller contribu-
tion of COX-2-derived vasoconstrictor metabolites in the con-
tractile response to Phe in SMA obtained from ZF rats which
received Provinols compared to ZF rats.

3.4. Provinols Reduced the Involvement of COX-Derived
Vasoconstrictor Metabolites in Aortas from Obese ZF Rats.
The relative contribution of vasoactive prostanoid derivatives
in the contractile response to Phe was assessed in aortas by
inhibiting COX isoforms. Both the nonselective inhibition
of COX and the selective blockade of COX-2 reduced the
contractile response to Phe in aortas from ZF rats; however,
the reduction in contractile response was higher with INDO
(Figures 4(a) and 4(b)), suggesting the participation of both
COX-2- and non-COX-2-derived vasoconstrictor metabo-
lites in the contractile response to Phe in ZF rats. Aortas from
ZF rats which received Provinols exhibited a reduction in the
contractile response to Phe in the presence of NS398 or
INDO; however, the reduction was slightly higher in the
presence of INDO, suggesting the involvement of mainly
COX-2-derived metabolites in the aortas from the polyphe-
nol group (Figures 4(c) and 4(d)).

The comparison of vascular contraction between aortas
from both experimental groups in the presence of inhibi-
tors showed no major differences in the presence of
NS398, although vessels from the polyphenol group had
a trend for a higher contractile response (Figure 4(e));
however, in the presence of INDO, the contraction in ves-
sels from the polyphenol group was significantly greater
(Figure 4(f)), suggesting a reduced involvement of non-
COX-2-derived vasoconstrictor metabolites in aortas from
Provinols-treated ZF rats.

3.5. Provinols Reduced COX-Derived Vasoconstrictor
Metabolite Release in Aortas and SMA from Obese ZF Rats.
The functional studies suggest a reduced participation of
COX-derived vasoconstrictor metabolites in both conduc-
tance and resistance arteries from Provinols-treated ZF rats.
Indeed, in the aorta, the measurement of COX-derived
metabolite production in vessels showed that the Provinols
reduced the release of 8-isoprostane and TXA2, both vaso-
constrictor metabolites, without affecting that of prostacyclin
and prostaglandin E metabolites (Figures 5(a)-5(d)). In
SMA, the Provinols reduced the production of vasoconstric-
tor metabolites 8-isoprostane and prostaglandin E, without
modifying the release of prostacyclin and TXA2 metabolites
(Figures 5(e)-5(h)).

Altogether, these data indicate that the Provinols reduced
the participation of COX-derived vasoconstrictor agents in
the contractile response to Phe in both aortas and SMA.

3.6. Provinols Modulated the Expression of COX Isoforms
and NF-kB in Vessels from Obese ZF Rats. Since Provinols
could modulate the contribution of COX-derived agents in
the contractile response of vessels from obese rats, the
expression of COX-1 and COX-2 was therefore assessed.
Results showed that Provinols did not affect the expression
of COX-1, neither in the aorta nor in SMA (Figures 6(a)
and 6(b)); however, it paradoxically affected the expression
of COX-2 in aortas and SMA. While Provinols reduced
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SMA from obese ZF rats. Shown are concentration-response curves to

phenylephrine (Phe) cumulative concentrations (M) in the presence of NO-synthase nonselective inhibitor (L-NAME) of small mesenteric
arteries (SMA) (a—c) and rat aortic rings (d-f) from ZF rats treated or not with Provinols. Values are expressed as mean+SEM of
millinewtons (mN) per mm of vessel length. ***P < 0.001 versus ZF rats.

COX-2 expression in the aorta, it enhanced its expression
in SMA, (Figures 6(c) and 6(d)).

The transcription factor NF-«B controls the transcription
of proinflammatory enzymes such as COX-2; hence, its
expression was assessed. The expression of NF-«B was signif-
icantly reduced by Provinols within the aorta (Figures 6(e)
and 6(f)); however, its expression did not change in SMA
(Figure 6(g)).

3.7. Provinols Altered Phospholipid Profile in Carotids from
Obese ZF Rats. An alteration in the activity of phospholi-
pase A2, primarily responsible of prostanoid derivatives
generation, may lead to an alteration of the lipid com-
position in vessels from ZF obese rats. Hence, the effects
of Provinols on the distribution of membrane neutral lipids
and fatty acids were analysed in carotid artery from ZF rats.

As shown in Table 1, the neutral lipid composition
and fatty acid composition of total lipids from carotid
tissues remained similar in Provinols-treated and control
groups. Neither concentrations nor percent distribution
of neutral lipid molecular species of triacylglycerides
(TAG), diacylglycerides D (AG), nor cholesteryl esters
were modified by Provinols (Table 1). Moreover, Provinols
did not modify neither the concentration nor the distribu-
tion of fatty acid molecular species of saturated fatty acids
(SAFA), monounsaturated fatty acids (MUFA), and poly-
unsaturated fatty acids (PUFA) (Table 2). However, even
though phospholipid contents were similar in the two
groups, Provinols led to an alteration of the phospholipid’s
profile. As shown in Table 3, Provinols significantly increased
the contribution of phosphatidylethanolamine (PE) to total
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FiGURE 3: Provinols reduced the involvement of COX-derived vasoconstrictor metabolites in SMA from obese ZF rats. Concentration-
response curves to phenylephrine (Phe) cumulative concentrations (M) in the presence of COX-2 inhibitor (NS398) or the
nonselective COX inhibitor (indomethacin, INDO) of small mesenteric arteries (SMA) from ZF rats which received or not Provinols.
N =6 in each group. Values are expressed as mean+SEM of millinewtons (mN) per mm of vessel length. *P <0.05; **P <0.01;

***P <0.001 versus ZF rats.

phospholipids (41.6 +6.4nmol/mg and 50+ 2.7 nmol/mg
from nontreated and Provinols-treated ZF rats, respectively).

4. Discussion

Our findings reported in this study indicated that red wine
polyphenols modulated the relative contribution of COX-
derived metabolites in vasoreactivity in both conductance
and resistance arteries from ZF rats, although without
affecting the global contractile response of vessels. Indeed,
Provinols could reduce the release of COX-derived vasocon-
strictor agents from both types of arteries by affecting the
expression and/or activity of COX enzymes as well as NF-
kB transcription factor. In addition, Provinols treatment
altered the phospholipid molecular species distribution in
carotid arteries from ZF rats. These data underscore the

beneficial role of red wine polyphenols in modulating
the contribution of inflammatory agents in the control of
vascular tone in obese rats.

In a previous study, we showed that ZF rats had an
impaired endothelium-dependent relaxation to acetylcholine
compared to their lean controls [19]; however, the present
study demonstrated that there was no difference in the
contractile response to Phe between control and obese rats.
In a study by Mingorance et al. [5], authors found that aortas
and SMA from ZF rats had a lower response to Phe than lean
animals, whereas ZF rats showed a diminished response to
acetylcholine only in the aorta. The discrepancy between
our findings and those from Mingorance et al. may be
due to the age of animals used, 15 weeks in our study
and 31 weeks of age in the other one. In addition, an
exaggerated adrenergically mediated vascular reactivity
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F1GURE 4: Provinols reduced the involvement of COX-derived vasoconstrictor metabolites in the aorta from obese ZF rats. Concentration-
response curves to phenylephrine (Phe) cumulative concentrations (M) in the presence of COX-2 inhibitor (NS398) or the nonselective COX
inhibitor (indomethacin, INDO) of aorta rings from ZF rats which received or not Provinols. Values are expressed as mean + SEM of
millinewtons (mN) per mm of vessel length. N = 6 in each group. ***P < 0.001 versus ZF rats.

has been also documented in aortic and SMA rings from
obese rats [33, 34].

Although no difference was observed in the contractile
response to Phe, we observed that Provinols treatment signif-
icantly modulated the relative contribution of COX-derived
metabolites in vasoreactivity in both the aorta and SMA. Of
note, SMA from ZF rats had more contribution from COX-
2-derived vasoconstrictor metabolites in the contractile
response to Phe compared to vessels from ZF rats fed a diet
containing Provinols. Aortas from ZF rats had, however,
more contribution from non-COX-2-derived vasoconstrictor
agents in the contractile response to Phe in comparison to
aortas from the polyphenol group. Consistent with these
findings, the evaluation of prostanoid derivative release
revealed that vasoconstrictor COX-derived agents were
reduced in the Provinols group (8-isoprostane/TXA2 in the
aorta and 8-isoprostane/prostanglandin E in SMA). Interest-
ingly, previous studies showed an increased participation of
COX-derived vasoconstrictor agents (i.e., TXA2) in vessels
from ZF rats compared to lean controls [4, 5]. Both the aorta

and SMA from the Provinols group had reduced levels
of 8-isoprostane production, indicating a reduction of oxida-
tive stress. Indeed, in contrast to classic prostaglandins,
isoprostanes are formed by free radical-catalysed lipid perox-
idation of arachidonic acid and cell membrane phospholipids
and constitute thus a good marker for oxidative stress level.
These observations are in line with our previous results
which indicated that Provinols reduced superoxide anion
release in aortas and SMA from ZF rats [19].

Findings from our study support previous reports
demonstrating that polyphenols can regulate COX-2 expres-
sion and secretion [35, 36]. In this study, we observed that
Provinols did not affect the expression of the constitutive
COX-1 isoform in both the aorta and SMA; paradoxically,
however, Provinols reduced COX-2 expression in the aorta
and enhanced its protein expression in SMA. These results
are not in apparent line with our functional findings or those
of biochemical analysis of COX-derived metabolites release.
The reduction in COX-2 expression in aortas may explain
the reduction of the release of COX-derived metabolites. This
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FIGURE 6: Provinols modulated the expression of COX isoforms and NF-«B in vessels from obese ZF rats. Western blots showing the
expression of cyclooxygenase- (COX-) 1 (a, b) and COX-2 (¢, d) in the aorta and SMA from ZF rats treated or not with Provinols.
NF-xB expression in the rat aorta was assessed by confocal imaging (e) and western blot analysis (f). In (c) is shown NF-«B expression in
SMA by western blot analysis. Quantification of immunoblots’ signal was done by densitometric analysis; f-actin loading control

was included. Data are representative of four separate blots, and the densitometry values are expressed in arbitrary units (A.U.) as
mean + SEM. **P<0.01; ***P <0.001 versus ZF rats.
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TaBLE 1: Comparison between neutral lipid molecular species from
carotids in control and Provinols-treated rats.

TaBLE 2: Comparison between fatty acid (FA) molecular species
from carotids in control and Provinols-treated rats.

Neutral lipids ZF ZF + Provinols FA ZF ZF + Provinols
Percent distribution of TAG Total FA (nmol/mg) 14.59 + 4.58 19.74+6.43
TAG C49 47+0.3 3.8+0.6 Percent distribution of FA

TAG C51 13.5+£0.8 12113 SAFA 41.5+24 409+1.3
TAG C53 32409 314+1 MUFA 38.1+£4.9 39.7+14
TAG C55 346+1 3577+1.2 PUFA 204+2.6 19.4+2.1
TAG C57 13.3+0.7 146+1.2 Percent distribution of SAFA

TAG C59 1.8+0.4 24+0.6 14:0 33+0.7 34%1.3
Total TAG (nmol/mg) 4.68£1.72 4.36 £1.35 16:0 72659 72527
Percent distribution of DAG 18:0 22+44 229+3.6
DAG 14-16 16.9+11.6 12+2.5 20:0 1.1+05 0.6+0.2
DAG 16-16 19.6 +6.7 144+44 24:0 1.1+0.8 0.6+0.2
DAG 16-18 34+9.2 43+53 Percent distribution of MUFA

DAG 18-18 17 £14.7 19+11.2 16:1 n-7 17.8+0.8 17+2.4
DAG18-20 12+£2.5 14+£0.3 18:1 n-9 785+4.3 82+2
DAG18-22 Nd Nd 20:1n-9 04x0.1 04+0.2
Total DAG (nmol/mg) 0.10+0.03 0.08 +0.03 22:1n-9 Nd Nd
Percent distribution of cholesteryl esters 24:1n-9 33145 0.6+0.3
C14 cholesteryl ester Nd Nd Percent distribution of PUFA

C16 cholesteryl ester 151+1.7 17.3+3.8 18:2 n-6 53.1+11.7 57.9+9.3
C18 cholesteryl ester 179+6 17.6£5.1 18:3 n-6 Nd Nd
C20:4 cholesteryl ester 67+6.1 65.1+£8.3 18:3 n-6 2.1£08 23+0.6
C22 cholesteryl ester Nd Nd 20:2 n-6 1.3+£0.3 1.4+0.4
Total cholesteryl esters (nmol/mg) 1.8+0.6 0.13+0.03 20:3 n-6 Nd Nd
Cholesterol (nmol/mg) 0.12 +0.04 1.6+0.3 20:3 n-6 1.7+04 1.6+04
Data are means + SEM. Nd: not detected. Concentrations are expressed as 20:4 n-6 385+12 33.2+9.2
nanomoles per mg of tissue wet weight (nmol/mg). Triacylglycerides 20:5n-3 Nd Nd
(TAG) and diacylglycerides (DAG) families were defined according to
their total number of carbon atoms (as described in Materials and Methods). 22:5n-3 Nd Nd

22:2n-6 Nd Nd
22:6n-3 33+1 34+1

is further corroborated by the reduction of NF-xB transcrip-
tion factor expression in aortas from the polyphenol group.
The activation of NF-xB is upstream of the synthesis of
acute phase inflammatory mediators. Among the genes
known to be positively regulated by NF-«B is COX-2 [37].
In the present work, we found that Provinols reduced NF-
kB in the aorta, but not in SMA, accounting potentially
for reducing COX-2 expression. Previously, it has been
shown that tea polyphenols inactivated phosphorylated
forms of nuclear NF-«B and reduced COX-2 expression in
rat mammary tumours [38]. Furthermore, procyanidin
extracts, a mixture of polyphenols, inhibited NF-«B
(p65) translocation in lipopolysaccharide-stimulated mac-
rophages [39].

In SMA from rats treated with polyphenols, we observed
an increase in COX-2 expression even though functional data
and biochemical analysis indicated that these vessels have
less contribution of COX-2-derived metabolites towards the
contractile response to Phe. This paradoxical effect could be
explained by a subtle effect of Provinols on the activity of
COX enzymes and/or phospholipase A2 activity, which
would contribute to the reduced release of COX-derived

Data are means + SEM. Total fatty acids (FA) are expressed as nanomoles
per mg of tissue wet weight. SAFA: saturated fatty acids; MUFA:
monounsaturated fatty acids; PUFA: polyunsaturated fatty acids; Nd:
not detected.

TaBLE 3: Comparison between phospholipids (PL) from carotids in
control and Provinols-treated rats.

Percent distribution of PL ZF ZF + Provinols
PE 41.6+6.4 50+2.7*
PC 38+5.7 339+1.9
SM 13+44 9.4+1

PS 48+1.2 43+0.6

PI 2.6+1.6 25404
PG Nd Nd
Total PL (nmol/mg) 3.8+1.3 3.6+0.9

Data are means+SEM. Total phospholipids (PL) are expressed as
nanomoles per mg of tissue wet weight. *Difference between groups at
P <0.05 (n=5). PE: phosphatidylethanolamine; PC: phosphatidylcholine;
SM: sphigomyeline; PS: phosphatidylserine; PI: phosphatidylinositol, PG:
phosphatidylglycerol; Nd: not detected.
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metabolites. The increase in COX-2 protein expression may
therefore be a compensatory mechanism to the decrease
in the enzyme’s activity. Although the reduction in
COX-derived metabolites caused by Provinols may suggest
a reduction in COX activity, further studies are warranted
to ascertain the effects of Provinols on COX enzymes’
activity. Consistent with our findings, a previous study
from Kane et al. [40] showed that red wine polyphenols
reduced angiotensin II-induced COX-2 overexpression in
rat vessels. Previous publications have also reported an
inhibitory effect of red wine extract and tea polyphenols
on COX-2 activity [20, 38]. However, a recent study eval-
uated the effect of several food polyphenols, including
resveratrol, a component of red wine polyphenols, on
the activity of COX-2 and reported that although these
compounds could elicit the inhibition of COX-2, their
potency was 100- to 1000-fold lower compared to known
pharmacological inhibitors of COX-2 such as celecoxib
and indomethacin [41].

Finally, we have shown that one focal effect of Provinols
treatment was an alteration of phospholipid molecular
species in carotid arteries from ZF rats. The increase in the
PE contribution to total phospholipids suggested that Provi-
nols treatment had a specific effect on phospholipid turnover
because neutral lipids and fatty acid molecular species
remain unchanged. Indeed, a reduction in PE degradation
has been previously observed in platelets and liver micro-
somes due to inhibition of the secretory phospholipase A2
[42]. This result is suggestive of a reduction in the activity
of phospholipase A2 in vessels from Provinols-treated rats
especially when taken together with the reduction in the
secretion of bioactive prostanoids.

In conclusion, we showed in this study that the global
response to vasoconstrictor agonists was not altered in ZF
compared to lean rats; however, red wine polyphenols could
modulate COX expression and/or activity via a mechanism
involving NF-xB pathway. The present study provided evi-
dence of a subtle regulation of vasocontractility both in con-
ductance and resistance arteries by Provinols to maintain
vascular tone within a physiological range. Such effect is
linked to a paradoxical effect of Provinols on COX path-
way. These data highlight further the beneficial role of
red wine polyphenols in correcting cardiovascular distur-
bances associated with obesity and metabolic syndrome.
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