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Cardiovascular Diseases (CVD) represent about 30% of all causes of death worldwide. The development of CVD is related in many
cases with the previous existence of metabolic syndrome (MS). It is known that apple consumption has a cardiovascular protecting
effect, containing phenolic compounds with antioxidant effect, which are concentrated in the fruit peel. The objective of this study
was to test the effect of apple peel consumption in a murine model of MS and apoE—/— mice. Apple supplemented diets reduced the
biochemical parameters (glycaemia, total cholesterol, HDL-cholesterol, LDL-cholesterol, ureic nitrogen, triglycerides, insulin, and
asymmetric dimethylarginine (ADMA)) of MS model in CF1 mice significantly. The model apoE—/— mouse was used to evaluate
the capacity of the apple peel to revert the progression of the atherogenesis. FD with HAP reverts cholesterol significantly and slows
down the progression of the plate diminishing the cholesterol accumulation area. With these results, it can be concluded that the

consumption of apple peel reduces several MS parameters and the atherogenic progression in mice.

1. Introduction

Cardiovascular diseases (CVD) are the main cause of death
in the world [1] and there are several associated risk factors,
among them, metabolic syndrome (MS), characterized by
hyperglycemia, dyslipidemia, arterial hypertension, and obe-
sity of central distribution.

The rate of atherothrombotic progression is influenced by
the exposition to risk factors which increase the probability
to suffer from a cardiovascular event. Such factors can be

classified as modifiable (smoking, hypertension, diabetes,
dyslipidemia, and sedentarism) and nonmodifiable (sex, age,
and genetic). For this reason, genetically modified experi-
mental animals have been generated which have contributed
to the knowledge of the atherothrombotic phenomenon:
the formation of the atheroma plaque, the induction of its
formation, and the cellular elements involved [2].
Epidemiologic studies have demonstrated that fruit and
vegetable consumption contributes to decreasing the car-
diovascular risk [3]. For instance, apple consumption has
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been inversely associated with acute myocardial infarction
[4]. It has been described that the protecting effect of apple
consumption has different levels and mechanisms of action:
body weight loss and reduction in glycemia [5, 6], protective
against low density lipoprotein oxidation (LDL) in vitro [7,
8], antiadipogenic, hypocholesterolemic, and antiatherogenic
effects [9, 10], and inhibition of cholesteryl ester transfer
protein activity, improving the distribution of cholesterol
in lipoproteins [11]. Studies in vitro have demonstrated that
apple flavonoids improve the availability of nitric oxide and
protect the endothelial cells from apoptosis preventing the
process of endothelial dysfunction and in vivo reduces blood
pressure and oxidative stress [12]. Furthermore, flavonoids
interfere with the proliferation and migration of smooth
muscle cells preventing the association of them with others
that will initiate the atherothrombotic process [13]. In the
apple, polyphenols content and the level of antioxidant
activity are about five times higher in peel than in pulp [14].

The ApoE deficient mice are an idoneous experimental
model for the study of atherosclerosis [15], because it is
unable to carry out the reverse cholesterol transport, since it
lacks the gene coding for apolipoprotein E. The lack of this
gene involves accumulation of lipids at the luminal level in
blood vessels, developing lesions in the microvasculature and
showing total blood cholesterol levels >500 mg/dL, mostly
VLDL and remaining chylomicrons, after administering a
normal diet [16]. The atherogenic process can be accelerated
or induced in this model through the administration of high
fat diets, allowing studying the process in a model different
from human, with significant similarities [17]. In this study,
we aimed to evaluate different forms of consumed apple
skin: fresh skin, which is the primary product, dehydrated
skin, representing a useful alternative in the conservation
and transport of this product, and sunburned skin, which
contains a higher amount of antioxidants, but its potential
effect has not been demonstrated in biological assays [18]. For
this reason we used CF1 mice fed a high fat diet, a model of
early stage of CVD, and ApoE knockout mice, a model of
atherosclerosis, to study the impact of apple peel consump-
tion.

2. Materials and Methods

2.1. Animals. Four-week male CF-1 mice and C57BL6 mice
obtained from the Public Health Institute, Santiago, Chile,
and ApoE—/— mice (donated by Dr. Atilio Rigotti, Pontificia
Universidad Catdlica de Chile) were used in the experiments.
Animals were maintained at 22 + 2°C, at a regular darkness-
light 12:12h cycle (light 08:00 to 20:00h). Weight, food
intake, and water consumption were measured daily. Animal
handling was carried out in conformity with the regulation
for the use of laboratory animals of the National Commission
for Scientific and Technologic Research (CONICYT), Chile.
The protocol was approved by the bioethics committee of
Universidad de Talca. After an adaptation period of 10 days,
animals were randomized into 5 groups.

2.2. Anesthesia and Euthanasia. At the end of the experimen-
tal period, mice were anesthetized with an intraperitoneal

Evidence-Based Complementary and Alternative Medicine

injection of ketamine 50 mg/kg (Ketostop; DrogasPharma-
Invetec, Santiago, Chile) and xylazine 5mg/kg (Xylavet;
Alfasan International BV, Holland). Animals were euthana-
tized by blood collection from the abdominal aorta and later
rupture of the diaphragm. Plasma and tissues were harvested
and stored at —70°C until the analysis.

Initial and final weight of each animal, as well as systolic
arterial blood pressure (SAP) at the tip of the mice tails, were
obtained by using ultrasound equipment (Ultrasonic Doppler
Flow 811-B, Aloha, Oregon, USA).

2.3. Diets. CF-1 mice were administered five types of diet:
normal diet (ND), fat diet (FD), fat diet plus healthy apple
peel (FD + HAP), fat diet plus dehydrated healthy apple peel
(FD + DAP), and fat diet plus sun damaged apple peel (FD +
SDAP) coming from Fuji apples, during 43 days.

ApoE—/— mice were administered ND, FD, and FD
+ HAP during 10 weeks using peel from Granny Smith
apples as a supplement. C57BL6 mice were administered ND.
Ingredients used and the preparation of different diets were
performed as described by Moore-Carrasco et al., 2008 [19].
Different types of apple peel were added to ND and FD in
20% w/w. For the analysis of diet components, three pellets
from each of them were selected at random and submitted
to the Institute of Chemistry of Universidad de Talca for
chemical analysis according to official methods of analysis
of the Association of Official Analytical Chemists [20]. The
lipid content of fat fraction was determined by mass spec-
trometry/gas chromatography (Perkin Elmer Turbo Mass and
Autosystem XL Gas Chromatograph). Antioxidant capacity
was determined measuring free radical traps 2,2-diphenyl-
1-picrylhydrazyl by the method described by Von Gadow
et al. (1997) [21] with modifications, using chlorogenic acid
as standard. Glycoside quercetins were determined by High
Performance Liquid Chromatography/Diode Array Detector
(Merck Hitachi, LaChrom, Tokyo, Japan).

2.3.1. Determination of Total Phenolics Concentration. Total
phenolics were determined by the Folin-Ciocalteu method
[22]. Briefly, 0.1mL of extract was mixed with 0.5mL of
the Folin-Ciocalteu phenol reagent (Merck, Darmstadt, Ger-
many). The mixture was incubated for 5 min and then 0.5 mL
of sodium carbonate (Na2CO3; 10%, w/v) was added and
incubated for 15 min at room temperature. Absorbance was
measured at 640 nm in a spectrophotometer. Total phenolic
concentrations in the peel and diets were expressed as mg of
chlorogenic acid equivalents (CAE) g-1 FW.

2.3.2. Determination of Antioxidant Activity. The capture of
the free radical 2,2-diphenyl-1-picrylhydrazyl (DPPH; Fluka
Chemie, Buchs, Switzerland) was measured by the method
described by Von Gadow et al., [21] with modifications.
Briefly, 0.1 mL extracts were mixed with 2mL of 8 x 10°M
DPPH solution and incubated for eight min at room temper-
ature and the absorbance measured at 515 nm. Ethanol was
used as blank. Chlorogenic acid in different concentrations
was used as a standard and the capture of the DPPH free
radicals was expressed as mg of chlorogenic acid equivalents
(CAE) g-1 FW.
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2.3.3. Determination of Specific Phenolics by HPLC. Specific
phenolics (quercetins glycosides) and lipid profile in the
samples (diets) were determined using a HPLC-DAD Merck
Hitachi (LaChrom, Tokyo, Japan) equipment consisting of a
LaChrom L-7100 pump and a diode array detector, L-7455
LaChrom, and a 100-5 C18 Kromasil column of 259 mm x
4.6 mm with a precolumn of the same characteristics, main-
tained at 20°C. Briefly, 0.02 mL previously filtered (0.45 ym
filter) extracts were injected. To identify the compounds,
different standards of specific phenolics were used with
the UV-VIS spectra. The chromatogram was monitored at
256 nm. The solvents of the mobile phase were A: 1% formic
acid in H,O quality HPLC, B: 40% acetonitrile in H,O, and
C: acetonitrile. The elution parameters were time 0-10 min: A
(70), B (30), and C (0) flow 1 mL min~"; time 45 min: A (25),
B (75), and C (0) flow 0.5 mL min~'; time 52 min: A (0), B (0),
and C (100) flow 1 mL min!; and time 55 min: A (70), B (30),
and C (0) flow 1 mL min~". The results were expressed in ug
of samples in g of FW-1.

2.4. Biochemical Parameters. Total cholesterol, HDL choles-
terol, triglycerides, transaminase GOT, and glucose were
determined by enzymatic and standardized colorimetric
methods.

2.5. ELISAs. Plasmatic concentrations of insulin (ELISA Kit
Rat/Mouse Insulin, Millipore) and asymmetric dimethy-
larginine, ADMA (ADMA Direct (mouse/rat) ELISA Kit,
Immundiagnostik), were determined by ELISA. Measure-
ments were obtained following the instructions of each
manufacturer.

2.6. Histology. Thoracic aorta obtained from ApoE—/— and
C57BL6 (Wild Type, WT) mice were fixed in 10% forma-
lin at pH 74. Once the samples were fixed, the dehydra-
tion, clarification, and inclusion protocol were carried out.
After blocks were obtained, sections were obtained using
a microtome (Microm HM325), with a thickness of 5um.
Sections of hydrated and deparaffinized tissues were stained
with hematoxylin and eosin (HE) and Masson’s Trichrome,
following the appropriate methods for histologic observation.
From each aorta description, 10 sections were analyzed by 3
independent observers (J.M., EXM., and RMC.).

2.7. Image Processing. After the staining procedures, pho-
tographs (40x) were obtained with a Primo Star Carl Zeiss
trinocular microscope used for this purpose and a Canon
EOS Rebel XSI camera with the software EOS Utility (version
2.4, Copyright® CANON INC, USA, 2008) was used for
image capturing. Later, they were quantified to determine the
indirect presence of lipids as well as the degree of inflamma-
tion of the lesions, in terms of the presence of inflammatory
cells; determining representative areas in each artery lesion
with a dimension of 50 um?, the software AxioVision Release
4.8.1 (Carl Zeiss version 11. 2008) was used for this pur-
pose, and the software Micrometrics SE Premium (version
2,8; ACCU-SCOPE Inc., Commack, NY, USA, 2008) was
used for counting inflammatory cells. The lesion surface

was quantified by using the Image] software (version 1,46j;
National Institute of Health, USA, 2006) to determine the
degree of fibrosis. Each image was analyzed through the
Colour Deconvolution Plugin, selecting the vector for Mas-
son’s Trichrome, determining the quotient (density/area),
and allowing the characterization of each lesion [23]. From
each of the image analyses, 10 sections were measured by 2
independent operators (J.M. and W.D.).

2.8. Statistical Analysis. The results are presented as means +
standard deviation (SD). Comparisons between groups were
done by the analysis of variance (ANOVA) using Graphpad
software. A statistical difference was evaluated using a confi-
dence interval of 95%, with Dunnett’s and Newman-Keuls as
post hoc tests.

3. Results

3.1. Nutritional Composition of Diets. First, we prepared diets
supplemented with apple products. Table 1 shows the analysis
of each diet administered to mice, in which, according to the
results, ND can be homologated to a human diet since they
have similar percentage of several components, while the rest
of the diets have higher content of fat. These, except FD +
HAP, present low percentage of myristic acid. While all diets
have high content of oleic, linoleic, and palmitic acids and low
contents of stearic, palmitoleic, and myristic acids, ND and
FD do not have palmitoleic acid methyl ester (Table 1). Table
1 shows the content of total phenols and antioxidant activity
of different diets. A low (nondetectable) content of phenols
in ND and FD is observed compared with higher content of
phenols and antioxidant activity in FD + HAP, FD + DAP,
and FD + SDAP. Table 1 shows the quercetin content (Q); in
general, a higher content of different Q in FD + HAP, FD +
DAP, and FD + SDAP is observed. Diet supplemented with
SDAP shows the highest content of all evaluated quercetins,
except Q. rutinoside (Table 1).

3.2. Impact of Apple Consumptions in CF-1 Mice: A MS Model.
Next, we tested our diets in an animal model of MS, for 43
days. Table 2 shows the body weight of mice, at the beginning
and at the end of the experimental period. Mice subjected
to FD present a higher weight gain (7.49 + 0.35 g) than the
ND group (6.90 + 0.12 g, P < 0.01). On the other hand, mice
subjected to FD + HAP, FD + DAP, and FD + SDAP presented
a lower weight gain when compared to the FD group.

Regarding blood pressure, the group of mice that received
FD presented significantly higher SAP (111 + 1.4 mmHg, P <
0.01) than mice subjected to ND (79.14+10.1 mmHg) (Figure
1(a)). On the other hand, mice subjected to FD + HAP, FD
+ DAP, and FD + SDAP presented a significantly lower SAP
than mice subjected to FD. The FD + HAP group was the one
which presented lower SAP (P < 0.01).

Mice that received FD presented high levels of blood
cholesterol (164 + 17 mg/dL, P < 0.05 versus ND), triglyc-
erides (171 + 3mg/dL, P < 0.01), and glycemia (343 +
2.0mg/dL, P < 0.01) when compared to mice subjected to
ND (102 + 3.0; 106 + 6.0; 311 + 5.5mg/dL, resp.) (Table
2). Mice subjected to FD + HAP, FD + DAP, and FD + SDAP
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TaBLE 1: Nutritional report in percentage of lipid composition, total phenols, antioxidant content, and quercetin content of the different diets
employed.

Component ND FD FD + HAP FD + SDAP FD + DAP
Carbohydrates (%) 69.4 57.0 59.8 57.6 56.2
Proteins (%) 21.0 17.6 12.5 18.2 17.3
Lipids (%) 1.8 16.8 20.2 16.4 17.5
Water (%) 6.0 15.3 19.4 18.3 12.2
Ash (%) 6.0 51 4.8 4.8 5.1
Fiber (%) 2.8 35 2.8 3.0 39
Myristic acid (14:0) 1.6 0.1 1.1 0.0 0.1
Palmitoleic acid (16:1) 0.0 0.0 1.5 4.6 1.4
Palmitic acid (16:0) 40.0 14.0 14.1 38.9 29.7
Linoleic acid (18:2) 11.6 34.0 315 15.5 28.2
Oleic acid (18:1) 29.8 44.4 39.4 32.0 19.0
Stearic acid (18:0) 9.7 7.5 6.5 9.0 7.3
Total phenols 0.0 0.0 1.6+£0.5 2.0+0.1 1.8+0.1
Antioxidant activity 0.0 0.0 0.2 +0.02 03+0.1 0.2 +0.02
Q. rutinoside 0.0 0.0 16.4 +7.2 19.2+4.3 29.0+14
Q. galactoside 0.0 0.0 559 +9.1 93.8 +16.8 46.0 + 4.5
Q. glucoside 0.0 0.0 10.6 +5.8 29.9+5.0 10.2+ 0.4
Q. xyloside 0.0 0.0 79+ 4.4 16.3+2.8 89+0.2
Q. arabinoside 0.0 0.0 15.6 + 4.6 29.7 +5.7 209 +11
Q. rhamnoside 0.0 0.0 10.2 +3.4 14.5+3.3 141+0.9

ND, normal diet; FD, fat diet; HAP, healthy apple peel; SDAP, sun damaged apple peel; DAP, dehydrated apple peel. All lipid components have a methyl ester
conjugation. Total phenols and antioxidant capacity expressed with mg eq. chlorogenic acid/sample g. The quercetin glycoside expressed with pg/sample g.

TABLE 2: Biochemical parameters and initial and final weight and weight gain of the different groups of CF-1 mice subjected to different diets.

Biochemical component ND FD FD + HAP FD + SDAP FD + DAP
Total cholesterol (mg/dL) 102+5 164 + 30" 101 + 9% 103 + 3% 12 + 7%
HDL cholesterol (mg/dL) 56 +7 66 +13 53+ 6 50 + 4 61+9
Total/HDL cholesterol (mg/dL) 1.8 +0.1 1.5+0.1 2+0.1 1.8+0.3 1.9+0.1
Triglyceridemia (mg/dL) 106 + 8 171+ 5% 81 + 988K 74 + §*8&& 80 + 7+88&
Glycemia (mg/dL) 311 10 343 + 4 134 + 30" r&&& 278 + 28 294 + 28
GOT (UI/L) 166 + 48 144 + 21 94 +19 116 + 16 94 + 33
Uric acid (mg/dL) 1.8+0.2 2.7 +1.0 0.8 +0.6% 1.2+0.4 1.2+0.6
Initial weight (g) 373+13 38.0+ 0.9 370 £ 1.4 36.4 +1.3 36.5+11
Final weight (g) 443 +0.9 451+11 452+13 433+15 432+15
Gain (g) 6.9 +0.12 75+ 0.35* 6.2 + 0.555& 6.0 + 0.58*%&& 6.7 + 0.60*

ND, normal diet; FD, fat diet; HAP, healthy apple peel; SDAP, sun damaged apple peel; DAP, dehydrated apple peel.

HDL: high density lipoprotein and GOT: glutamic-oxaloacetic transaminase.

The results are expressed as the +SD average. Statistical significance: * P < 0.05, ** P < 0.01, and *** P < 0.001 are compared with the ND group and P < 0.05
and %8P < 0.001 are compared with the FD group.

presented lower levels in these parameters when compared
to the FD group. The FD + HAP group (134 + 30 mg/dL,
P < 0.001) was the one that presented lower levels of glycemia
and the group FD + SDAP apple was the one which presented
lower levels of triglyceridemia (74 + 8.3 mg/dL, P < 0.001),
when compared to FD group.

The group of mice that received FD (2.34 + 0.37 ng/mL)
presented significantly higher insulin levels than mice fed
with ND (1.23+0.25 ng/mL) (Figure 1(b)). On the other hand,

mice subjected to FD + SDAP presented significantly lower
insulinemia values (1.53+0.32 ng/mL) when compared to FD
group.

The group of mice subjected to FD presented higher
serum ADMA levels than mice subjected to ND (P < 0.001)
(Figure 1(c)), while mice fed with FD + HAP, FD + DAP, and
FD + SDAP presented lower concentrations than FD group
(P < 0.001; P < 0.01; P < 0.01, resp.), the FD + HAP group
being the one that presented the lower ADMA levels.
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FIGURE I: (a) Systolic blood pressure of mice subjected to different diets. ND, normal diet; FD, fat diet; HAP, healthy apple peel; SDAP, sun

damaged apple peel; DAP, dehydrated apple peel. Statistical significance: P < 0.05,

EET]

P < 0.001 versus normal diet. Statistical significance:

&P < 0.05, “*¥p < 0.001 versus fat diet. All groups have a minimum of 4 mice. (b) Average insulinemia in mice fed with different diets.
Statistical significance: *P < 0.05, **P < 0.01 versus normal diet. Statistical significance: ¥P < 0.05 versus fat diet. All groups have a
minimum of 4 individuals. (c) Serum ADMA of mice fed with different diets. **P < 0.01, ***P < 0.001 versus normal diet. Statistical
significance: ¥P < 0.05 versus fat diet. All groups have a minimum of 4 individuals.

3.3. Impact of Apple Consumptions in ApoE—/— Mice: A Model
of Atherosclerosis. Next, we tested our diet with apple peel
supplement in the ApoE—/— mouse, a model of dyslipidemia
and atherosclerosis. Total cholesterol, triglycerides, and basal
glycemia were determined in mice fed with the three types
of diets, and control group of C57BL6 (WT) mice were
incorporated for this analysis. Total cholesterol of ApoE—/—
mice fed on a ND (P < 0.01), FD (P < 0.001), and FD +
HAP (P < 0.001) was higher than control group (WT). Only
glycemia of FD group had a significant increase with respect
to the control group (P < 0.05).

Total cholesterol of the FD group and the FD + HAP
group had statistically significant increase with respect to the
ND group (P < 0.01), and only basal glycemia of the FD
group had a statistically significant difference compared to
the ND group (P < 0.05) (Table 3).

The final weight was higher in FD group than in FD +
HAP group, with a value of P < 0.05 (Table 3).

Besides, using ANOVA to compare the initial and final
body weight of all groups, it could be determined that the
increase in body weight of mice on FD and mice on FD +
HAP compared to the initial body weight of mice on ND was
statistically significant (P < 0.0001). Also, mice on FD had
higher body weight than mice on FD + HAP (P < 0.05).

3.4. Atherosclerosis. Finally, we analysed the progress of the
atherosclerosis process in ApoE—/— mice fed with apple
peel supplemented diets for 20 weeks. For this, we collected
the thoracic aorta from animals treated and untreated and
they were processed for HE and collagen staining. Figure 2
depicts representative histologic sections of HE and Masson’s
Trichrome from ApoE—/— mice.

Figures 2(al) and 2(a2), as well as Figures 2(b1) and 2(b2),
correspond to control groups (wild type (WT) and ApoE—/-
fed with ND) showing histological sections corresponding
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FIGURE 2: Aorta histochemical staining in mice: (al) to (a3) control group C57BL6WT; (al): Hematoxylin and eosin (HE) staining,
magnification 10x; (a2): HE staining, magnification 40x; (a3): Masson’s Trichrome staining, magnification 40x. (bl) to (b3): ApoE—/— normal
diet group: (bl): HE staining, magnification 10x; (b2): HE staining, magnification 40x; (b3): Masson’s Trichrome staining, magnification 40x.
(c1) to (c3): ApoE—/— fat diet group: (cl): HE staining, magnification 10x; (c2): HE staining, magnification 40x; (c3): Masson’s Trichrome
staining, magnification 40x. (dl) to (d3): ApoE—/— fat diet plus apple peel group: (dl): HE staining, magnification 10x; (d2): HE staining,
magnification 40x; (d3): Masson’s Trichrome staining, magnification 40x. Scale bar: 200 ym.

to thoracic aorta, in which a vascular wall of conserved his-
toarchitecture is observed, with inner, middle, and adventitia
layers without morphological evidence of lesion.

Figures 2(a3) and 2(b3) show histological sections of
control groups WT and ApoE—/— with ND, corresponding to
thoracic aorta, stained with Masson’s Trichrome technique. A
vascular wall of conserved histoarchitecture is observed, with
inner, middle, and adventitia layers without morphological
evidence of lesion.

Figures 2(cl), 2(c2), and 2(c3) are histological sections
of aorta artery of ApoE—/— mice fed with FD correspond-
ing to an elastic artery wall. Figures 2(cl) and 2(c2) were
stained with HE technique and Figure 2(c3) was stained with
Masson’s Trichrome technique. A vascular wall presenting
a high degree of histoarchitecture distortion, significant
expansion, and partial detachment of the inner layer is
observed. Figure 2(c2) highlights the composition of the
histoarchitecture distortion, with abundant foam cells, some
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TABLE 3: Biochemical parameters and initial and final weight in different groups of ApoE—/— mice subjected to different diets.

Biochemical component WT ApoE—-/- ND ApoE—/-FD ApoE—/- FD + HAP
Total cholesterol (mg/dL) 86 +9 317 £ 67 533 +£154"" 515 +132**
Triglyceridemia (mg/dL) 55+ 4 141+16 185 + 42 146 + 55
Glycemia (mg/dL) 157 + 44 161 + 58 324 +128" 231 +107
Initial weight (g) 291+18 325+19 34.0+22 341+1.6
Final weight (g) 321+18 351+12 434 +43"" 401419

ND, normal diet; FD, fat diet; HAP, healthy apple peel.
The results are expressed as the £SD average.

Statistical significance: ** P < 0.01, *** P < 0.001 final weight compared with the ND group and P < 0.05 compared with the FD group.

Statistical significance * P < 0.05.

inflammatory cells, and abundant optically empty spaces
compatible with cholesterol crystals. Figure 2(c3) highlights
degenerative changes of the extracellular matrix at the level
of the distortion area.

The image analysis is presented in Figure 3 for the FD
and FD + HAP groups. With the images obtained by HE
staining, areas of 50 um? were delimited and the empty area
compatible with cholesterol accumulation was measured. The
results show that animals fed with a fat diet supplemented
with apple peel developed lower size plaques with lower
cholesterol content than controls which consume only FD.
In the same groups of images and sections, the amount of
inflammatory cell nuclei and the intensity of blue colouring
in Masson’s Trichrome staining were measured. These results
show that animals receiving apple peel supplement developed
lower degree of fibrosis than animals on fat diet.

4. Discussion

4.1. MS Mice Model. Murine models for MS research are
widely used. Moore-Carrasco et al. standardized a MS model
in CF-1mice fed with a high fat diet and developed metabolic
alterations similar to those observed in human MS [19].

MS corresponds to a series of metabolic alterations
that double the risk of suffering CVD [24]. The alteration
of parameters, such as glycemia, insulin, triglycerides, and
arterial pressure, in addition to the increase of prothrombotic
molecules such as TNFa, ADMA, and P-selectin, contributes
to the development of this pathology. The consumption of
flavonoids as those present in apples might contribute to
the decrease in cardiovascular risk factors. To evaluate this
hypothesis, the development of MS was induced in CF-1 mice
with a fat-rich diet for a period of 43 days [19] and the
effect of different types of Fuji apple peel was determined.
Here we showed that the consumption of a hyper caloric
diet supplemented with fresh, dehydrated, or sunburned
apple peel prevents the metabolic and hormonal alterations
triggered by the MS. For instance, apple peel supplemented
diets reduced blood glucose levels while they also reduced
insulin levels in CF-1 mice. These results suggest a role
in glucose metabolism. The mechanism for this improve-
ment remains to be determined but may involve improved
insulin sensitivity, decreased intestinal glucose absorption, or
decreased hepatic glucose output.

The composition of lipids present in the different types
of diets used for this study is very similar to other diets used
in previous studies [25]. The murine model developed by our
group [19] was validated in this study; when subjecting CF-
1 mice to a diet rich in fat (17%) for a 43-day period, they
developed MS.

Mice fed with FD presented a significantly higher weight
gain when compared to mice subjected to ND. Mice fed with
FD + HAP, FD + DAP, and FD + SDAP presented a lower
weight gain than the group fed only with FD. These results
agree with a study by Conceigdo de Oliveira et al. (2003) [26].

Mice that received FD show higher SAP than mice fed
with ND. Mice subjected to FD+ HAP showed lower SAP
compared to FD. These results are in agreement with other in
vivo studies that have demonstrated that flavonoids present
in apple decrease blood pressure [12] and with a study in
a model of hypertensive rats in which antioxidants, such as
the quercetins present in apples, decrease arterial pressure
[27]. Recently, the capacity of a beverage prepared from fruits
(cranberry, apple, and blueberry juices at the portions of
12.5%, 37.5%, and 50%, resp.) was described to reduce blood
pressure in rats [28].

Mice that consumed a FD showed an increase in gly-
cemia, triglycerides, and cholesterol when compared to the
ND group, while mice subjected to FD + HAP, FD + DAP,
and FD + SDAP showed significantly lower levels of these
parameters compared to the FD group. These results agree
with the study by Zhao et al. (2004) [29], using transgenic
mice for type II diabetes. They demonstrated that the treat-
ment with phloridzin, a component which is present in apple
peel, reduced significantly the hyperglycemia in these mice.
Aprikian et al. [30] evidenced a significant decrease of choles-
terol levels in rats fed with a high fat diet complemented with
lyophilized apple; the same was observed in obese Zucker rats
[30]: the consumption of apples decreased the plasmatic LDL
cholesterol [31].

The group of mice that received FD showed insulin levels
significantly higher than the control group, and mice with FD
+ HAP showed insulin values significantly lower compared to
the FD group. Gao et al. (2010) [32] demonstrated that mice
fed with a high fat diet developed obesity and hyperinsuline-
mia, in only two weeks.

Studies have shown that the intake of polyphenol-rich
foods influences cardiovascular health and decreases the



Evidence-Based Complementary and Alternative Medicine

800 - 5
*
& 4
S 600
s g
=1
S §- 3
<
S 400 - 3
: £
2
=) Z
‘&, 200
3 14
0 , 0 ,
FD FD + HAP FD FD + HAP
(a) (b)
150
* %
——
g 100
S
=
=
&
50 -
A
0 T
FD FD + HAP

FIGURE 3: Image analysis of atherosclerotic lesions in ApoE—/— mice. (a) shows the area of cholesterol expressed as m® of the lesion. In (b),
the degree of infiltration expressed as number of cores in the lesion is shown. (¢) illustrates the degree of infiltration expressed by the color
intensity of the area. Statistical significance: *P < 0.05, **P < 0.01 versus fat diet.

expression of P-selectin [33]. Also, it has been observed
that quercetins reduce significantly the concentrations of this
adhesion molecule [34]. However, in this study, we did not
find significant differences of P-selectin levels among groups
(data not shown). It is known that platelet activation followed
by inflammatory stimuli leads to the expression of surface
receptors as P-selectin. Endothelial dysfunction, an early
characteristic in atherosclerosis, is associated with the low
degree inflammation inside the vascular wall [35]. This might
explain partly the results obtained in this study in regard to
P-selectin, insomuch as mice developed MS which causes a
low degree of inflammation appearing usually in early stages
of atherosclerosis.

We found that mice subjected to FD showed higher
ADMA levels when compared to the ND group, which indi-
cates that endothelial dysfunction is associated with MS. Mice
subjected to FD + HAP, FD + DAP, and FD + SDAP showed
lower plasma concentrations of ADMA compared with the
FD group, specially the FD + HAP group. Some authors
have stated that there is a reciprocal relation between ADMA
and insulin resistance, suggesting that when there are meta-
bolic alterations leading to insulin resistance, plasma levels
of ADMA increase and vice versa [36, 37]. In this study,

mice with FD showed high plasmatic levels of both ADMA
and insulin. A study of a group of young adults evidenced a
positive association between ADMA plasma levels, obesity,
arterial pressure, and glycemia and it was observed that
those individuals that consume diets with high content of
antioxidants showed significantly lower levels of ADMA [38].

With the data obtained in this study, it can be concluded
that an apple peel enriched diet decreased significantly
several MS criteria in CF-1 mice.

4.2. Atherosclerosis Model. 1t is well established that raw or
processed fruit and vegetable consumption decreases the
incidence of CVD [39]. The mechanisms by which apple
consumption decreases the CV risk is unknown; however,
there is evidence that relates its favourable effect to a high
antioxidant content, mostly flavonoids, with peel the main
presenting antioxidant activity [14], in which its protecting
effect would be related to its capacity to decrease serum
cholesterol [40].

In the advanced atherosclerosis model obtained in
ApoE—/— mice fed with FD + HAP, we observed a signif-
icant decrease of the fat content at the atheroma plaque,
expressed as a lipid infiltration area. With these results, we
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can postulate that the apple peel supplement in diet may
have a protecting effect in the advance of the atherosclerotic
disease, directly at the fat content level of the plaque, reducing
endothelial dysfunction and serum cholesterol. This effect
is possibly due to stimulation of cholesterol catabolism,
or inhibition of its intestinal absorption, correlating with
previous reports in ApoE—/— mice [41], and Sprague-Dawley
rats [42]. Flavonoids, mainly from wine, also present in apples
have been related to a decrease in migration and proliferation
of smooth muscle cells as a response to a decrease of LDL
[43]. In our study we observe a significant decrease of fibrosis
in ApoE—/— FD + HAP mice, compared to the control group,
confirming the results observed with wine flavonoids. How-
ever, this is the first time that this characteristic is proved with
apple peel. Finally, the data of inflammation level expressed
by the number of inflammatory cells infiltrating the plaque
were not statistically significant compared with the control
group, maybe because the beneficial effects of flavonoids
present in apple peel are mainly related to stopping the pro-
gression of plaque formation, by reducing cholesterol accu-
mulation, compared with its effect of improving endothelial
dysfunction, corroborating the results mentioned above.

As a conclusion, apple peel consumption improves
metabolic alterations associated with a fat-rich diet and also
slowed the atherogenesis development, one of the most lethal
consequences of a hypercaloric diet. Our results contribute to
the concept of having a functional food from apple products
with beneficial effects on risk factors for cardiovascular
disease [44].

Conflict of Interests

The authors declare that there is no conflict of interests
regarding the publication of this paper.

Acknowledgments

This work is supported by FONDECYT grant for initial
research no. 11090027 and Project FONDEF Cod. AF1011022
from CONICYT-CHILE. The authors thank Dr. Daniel Gon-
zalez, Universidad de Talca, for helping in discussion and
writing of this paper.

References

[1] R. H. Eckel, S. M. Grundy, and P. Z. Zimmet, “The metabolic
syndrome,” The Lancet, vol. 365, no. 9468, pp. 1415-1428, 2005.

[2] L. Badimon, G. Vilahur, and T. Padrd, “Lipoproteins, platelets
and atherothrombosis,” Revista Espanola de Cardiologia, vol. 62,
no. 10, pp. 1161-1178, 2009.

[3] J. Salmerdn, E B. Hu, J. E. Manson et al., “Dietary fat intake
and risk of type 2 diabetes in women,” The American Journal
of Clinical Nutrition, vol. 73, no. 6, pp. 1019-1026, 200L.

[4] R.Hirano, W. Sasamoto, A. Matsumoto, H. Itakura, O. Igarashi,
and K. Kondo, “Antioxidant ability of various flavonoids against
DPPH radicals and LDL oxidation,” Journal of Nutritional
Science and Vitaminology, vol. 47, no. 5, pp. 357-362, 2001.

[5] M. Najafian, M. Z. Jahromi, M. J. Nowroznejhad et al.,
“Phloridzin reduces blood glucose levels and improves lipids

(10]

(11]

(12]

(14]

(16]

(17]

(18]

(19]

metabolism in streptozotocin-induced diabetic rats,” Molecular
Biology Reports, vol. 39, no. 5, pp. 5299-5306, 2012.

K.-D. Cho, C.-K. Han, and B.-H. Lee, “Loss of body weight and
fat and improved lipid profiles in obese rats fed apple pomace or
apple juice concentrate;” Journal of Medicinal Food, vol. 16, no.
9, pp. 823-830, 2013.

D. A. Pearson, C. H. Tan, J. B. German, P. A. Davis, and M. E.
Gershwin, “Apple juice inhibits human low density lipoprotein
oxidation,” Life Sciences, vol. 64, no. 21, pp. 1913-1920, 1999.

S.Zhao,]. Bomser, E. L. Joseph, and R. A. DiSilvestro, “Intakes of
apples or apple polyphenols decease plasma values for oxidized
low-density lipoprotein/beta2-glycoprotein I complex,” Journal
of Functional Foods, vol. 5, no. 1, pp. 493-497, 2013.

K. Nakazato, H. Song, and T. Waga, “Effects of dietary apple
polyphenol on adipose tissues weights in Wistar rats,” Experi-
mental Animals, vol. 55, no. 4, pp. 383-389, 2006.

S. H. Thilakarathna, Y. Wang, H. P. V. Rupasinghe, and
K. Ghanam, “Apple peel flavonoid- and triterpene-enriched
extracts differentially affect cholesterol homeostasis in ham-
sters,” Journal of Functional Foods, vol. 4, no. 4, pp. 963-971,
2012.

C. K. Lam, Z. Zhang, H. Yu, S. Y. Tsang, Y. Huang, and Z. Y.
Chen, “Apple polyphenols inhibit plasma CETP activity and
reduce the ratio of non-HDL to HDL cholesterol,” Molecular
Nutrition and Food Research, vol. 52, no. 8, pp. 950-958, 2008.

F. Perez-Vizcaino, J. Duarte, and R. Andriantsitohaina, “Endo-
thelial function and cardiovascular disease: effects of quercetin
and wine polyphenols,” Free Radical Research, vol. 40, no. 10, pp.
1054-1065, 2006.

M. R. Negrio, E. Keating, A. Faria, I. Azevedo, and M. J.
Martins, “Acute effect of tea, wine, beer, and polyphenols on
ecto-alkaline phosphatase activity in human vascular smooth
muscle cells,” Journal of Agricultural and Food Chemistry, vol.
54, no. 14, pp. 4982-4988, 2006.

J. A. Yuri, A. Neira, A. Quilodran, Y. Motomura, and I. Palomo,
“Antioxidant activity and total phenolics concentration in apple
peel and flesh is determined by cultivar and agroclimatic grow-
ing regions in Chile,” Journal of Food, Agriculture and Environ-
ment, vol. 7, no. 3-4, pp. 513-517, 2009.

M. Buzello, J. Tornig, J. Faulhaber, H. Ehmke, E. Ritz, and
K. Amann, “The apolipoprotein E knockout mouse: a model
documenting accelerated atherogenesis in uremia,” Journal of
the American Society of Nephrology, vol. 14, no. 2, pp. 311-316,
2003.

S. H. Zhang, R. L. Reddick, J. A. Piedrahita, and N. Maeda,
“Spontaneous hypercholesterolemia and arterial lesions in mice
lacking apolipoprotein E,” Science, vol. 258, no. 5081, pp. 468-
471,1992.

J. Jawien, P. Nastalek, and R. Korbut, “Mouse models of
experimental atherosclerosis,” Journal of Physiology and Phar-
macology, vol. 55, no. 3, pp. 503-517, 2004.

1. Palomo, J. A. Yuri, R. Moore-Carrasco, A. Quilodran, and A.
Neira, “El consumo de manzanas contribuye a prevenir el desar-
rollo de enfermedades cardiovasculares y cancer: antecedentes
epidemioldgicos y mecanismos de accion,” Revista Chilena de
Nutricién, vol. 37, no. 3, pp. 377-385, 2010.

R. Moore-Carrasco, C. Aranguez-Arellano, I. Razmilic et al., “A
high fat diet in CF-1 mice: an experimental model for metabolic
syndrome,” Molecular Medicine Reports, vol. 1, no. 3, pp. 401-
405, 2008.



10

(20]

(21]

(22]

(25]

(26]

(27]

(29]

(30]

(31]

(33]

(34]

K. Helrich, Official Method of Analysis of the A.O.A.C., Associ-
ation of Official Analytical Chemists, Arlington, Va, USA, 15th
edition, 1990.

A. Von Gadow, E. Joubert, and C. E Hansmann, “Comparison
of the antioxidant activity of aspalathin with that of other plant
phenols of rooibos tea (Aspalathus linearis), a-tocopherol, BHT,
and BHA” Journal of Agricultural and Food Chemistry, vol. 45,
no. 3, pp. 632-638, 1997.

M. Y. Coseteng and C. Y. Lee, “Changes in apple polyphenolox-
idase and polyphenol concentrations in relation to degree of
browning,” Journal of Food Science, vol. 52, no. 4, pp. 985-989,
1987.

T. Vrekoussis, V. Chaniotis, I. Navrozoglou et al., “Image anal-
ysis of breast cancer immunohistochemistry-stained sections
using image]: an RGB-based model,” Anticancer Research, vol.
29, no. 12, pp. 4995-4998, 2009.

R. Zaliunas, R. Slapikas, D. Luksiene et al., “Prevalence of
metabolic syndrome components in patients with acute coro-

nary syndromes,” Medicina (Kaunas, Lithuania), vol. 44, no. 3,
pp. 182-188, 2008.

C. K. Roberts, N. D. Vaziri, K. Hui Liang, and R. J. Barnard,
“Reversibility of chronic experimental syndrome X by diet
modification,” Hypertension, vol. 37, no. 5, pp. 1323-1328, 2001.

M. Concei¢ao de Oliveira, R. Sichieri, and A. Sanchez Moura,
“Weight loss associated with a daily intake of three apples or
three pears among overweight women,” Nutrition, vol. 19, no. 3,
pp. 253-256, 2003.

M. Romero, R. Jiménez, B. Hurtado et al., “Lack of beneficial
metabolic effects of quercetin in adult spontaneously hyperten-
sive rats,” European Journal of Pharmacology, vol. 627, no. 1-3,
pp. 242-250, 2010.

K. D. P. P. Gunathilake, Y. Wang, and H. P. V. Rupasinghe,
“Hypocholesterolemic and hypotensive effects of a fruit-based
functional beverage in spontaneously hypertensive rats fed with
cholesterol-rich diet,” Journal of Functional Foods, vol. 5, no. 3,
pp. 1392-1401, 2013.

H. Zhao, S. Yakar, O. Gavrilova et al., “Phloridzin improves
hyperglycemia but not hepatic insulin resistance in a transgenic
mouse model of type 2 diabetes,” Diabetes, vol. 53, no. 11, pp.
2901-29009, 2004.

O. Aprikian, J. Busserolles, C. Manach et al., “Lyophilized apple
counteracts the development of hypercholesterolemia, oxida-
tive stress, and renal dysfunction in obese zucker rats,” Journal
of Nutrition, vol. 132, no. 7, pp. 1969-1976, 2002.

M. Leontowicz, S. Gorinstein, E. Bartnikowska, H. Leontowicz,
G. Kulasek, and S. Trakhtenberg, “Sugar beet pulp and apple
pomace dietary fibers improve lipid metabolism in rats fed
cholesterol,” Food Chemistry, vol. 72, no. 1, pp. 73-78, 2001.

S. Gao, L. He, Y. Ding, and G. Liu, “Mechanisms underlying
different responses of plasma triglyceride to high-fat diets in
hamsters and mice: roles of hepatic MTP and triglyceride secre-
tion,” Biochemical and Biophysical Research Communications,
vol. 398, no. 4, pp. 619-626, 2010.

A.R. Rechner and C. Kroner, “Anthocyanins and colonic meta-
bolites of dietary polyphenols inhibit platelet function,” Throm-
bosis Research, vol. 116, no. 4, pp. 327-334, 2005.

W. M. Loke, J. M. Proudfoot, J. M. Hodgson et al., “Specific
dietary polyphenols attenuate atherosclerosis in apolipoprotein
e-knockout mice by alleviating inflammation and endothelial
dysfunction,” Arteriosclerosis, Thrombosis, and Vascular Biology,
vol. 30, no. 4, pp- 749-757, 2010.

Evidence-Based Complementary and Alternative Medicine

(35]

(37]

(38]

[41]

(42]

(43]

C. Antoniades, C. Bakogiannis, D. Tousoulis, M. Demosthen-
ous, K. Marinou, and C. Stefanadis, “Platelet activation in ather-
ogenesis associated with low-grade inflammation,” Inflamma-
tion and Allergy—Drug Targets, vol. 9, no. 5, pp. 334-345, 2010.

K. Sydow, C. E. Mondon, J. Schrader, H. Konishi, and ]J.
P. Cooke, “Dimethylarginine dimethylaminohydrolase overex-
pression enhances insulin sensitivity,” Arteriosclerosis, Throm-
bosis, and Vascular Biology, vol. 28, no. 4, pp. 692-697, 2008.

1. Palomo, A. Contreras, L. M. Alarcédn et al., “Elevated con-
centration of asymmetric dimethylarginine (ADMA) in indi-
viduals with metabolic syndrome,” Nitric Oxide—Biology and
Chemistry, vol. 24, no. 4, pp. 224-228, 2011.

B. Puchau, M. A. Zulet, G. Urtiaga, {. Navarro-Blasco, and J. A.
Martinez, “Asymmetric dimethylarginine association with anti-
oxidants intake in healthy young adults: a role as an indicator of
metabolic syndrome features,” Metabolism: Clinical and Experi-
mental, vol. 58, no. 10, pp. 1483-1488, 2009.

L. M. Oude Griep, J. M. Geleijnse, D. Kromhout, M. C. Ocké,
and W. M. Monique Verschuren, “Raw and processed fruit
and vegetable consumption and 10-year coronary heart disease
incidence in a population-based cohort study in the Nether-
lands,” PLoS ONE, vol. 5, no. 10, Article ID 13609, 2010.

H. Leontowicz, S. Gorinstein, A. Lojek et al., “Comparative con-
tent of some bioactive compounds in apples, peaches and pears
and their influence on lipids and antioxidant capacity in rats,”
The Journal of Nutritional Biochemistry, vol. 13, no. 10, pp. 603
610, 2002.

S. Auclair, M. Silberberg, E. Gueux et al., “Apple polyphenols
and fibers attenuate atherosclerosis in apolipoprotein E-defi-
cient mice;” Journal of Agricultural and Food Chemistry, vol. 56,
no. 14, pp. 5558-5563, 2008.

K. Osada, T. Suzuki, Y. Kawakami et al., “Dose-dependent hypo-
cholesterolemic actions of dietary apple polyphenol in rats fed
cholesterol,” Lipids, vol. 41, no. 2, pp. 133-139, 2006.

P. Ouyang, W.-L. Peng, W.-Y. Lai, and A.-L. Xu, “Green tea poly-
phenols inhibit low-density lipoprotein-induced proliferation
of rat vascular smooth muscle cells,” Di Yi Jun Yi Da Xue Xue
Bao, vol. 24, no. 9, pp- 975-979, 2004.

R. K. Baboota, M. Bishnoi, P. Ambalam et al., “Functional food
ingredients for the management of obesity and associated co-
morbidities—a review;” Journal of Functional Foods, vol. 5, no.
3, pp. 997-1012, 2013.



