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Abstract: Metabolic syndrome (MetS) is defined as a constellation of many metabolic disorders such
as hypertension, impaired glucose tolerance, dyslipidemia and obesity, being this last disorder a
key factor in the etiology of the syndrome. The widespread of MetS in actual society, mainly in
developed countries, is becoming an important health problem and is increasing the need to develop
new treatments against this pathology is increasing fast. The main objective of the present study
was to evaluate the MetS-associated alterations developed in a new glucose diet-induced-obesity
(DIO) rodent model. These alterations were also compared to those alterations developed in a
fructose-DIO rodent model. Wistar rats were divided into four groups: Control (C), High-fat
(HF), High-fat/high-fructose (HFF) and High-fat/high-glucose (HFG). The animals were fed ad
libitum for 20 weeks. At the end of the study, HFG animals showed lower expression of energy
expenditure genes when compared to the other DIO groups. Oxidative stress biomarkers such as
MDA and mitochondrial RT-qPCR analyses showed an increase of oxidative damage together with
mitochondrial dysfunction in HFG group. This group also showed increased insulin and glucose
plasma levels, though HFF animals showed the greatest increase on these parameters. All DIO
groups showed increased plasma levels of triglycerides. Altogether, our results indicated a better
impact of glucose than fructose, when combined with a high-fat diet, to induce most of the alterations
associated with MetS in rats. In addition, our research facilitates a new animal model to evaluate
future treatments for MetS.

Keywords: metabolic syndrome; obesity; diet induced obesity; rat model; high glucose; high fructose

1. Introduction

Metabolic syndrome (MetS) is defined as a constellation of many metabolic disorders such as
hypertension, impaired glucose tolerance, dyslipidemia and obesity, being this last disorder a key
factor in the etiology of the syndrome [1,2]. MetS increases the incidence of cardiovascular diseases,
type 2 diabetes (T2D) and nonalcoholic fatty liver disease [1,3,4]. The widespread of MetS in actual
society, mainly in developed countries, is becoming an important health problem and the need to
develop new treatments against this pathology is increasing fast.
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To develop successful strategies to treat MetS, studies using animal models that adequately mimic
all the aspects of human disease, developing all major alterations of the illness are needed. Regarding
to this, as central obesity is a key factor in the development of MetS, Diet Induced Obesity (DIO) rodent
models are frequently used to get better knowledge about the pathways implied in the development of
MetS [1,3]. Currently, diets high in both carbohydrates and fat, are the most used models to resemble
the nowadays human diet, also called “Western Diet” [3].

Actual society has experimented important changes in global food distribution and bioavailability.
Changes in physical activities patterns together with the arrival of food processing centers producing
energy-dense foods ready-to-eat, as well as the global presence of fast food establishments have
carried to a westernized lifestyle in which sedentary and high fat-high carbohydrate dietary habits
are alarmingly common [5,6]. Western diet is characterized by high caloric, energy-dense, take-away
foods and sweetened beverages consumption. Carbohydrates present in this kind of diets are mainly
sugars, being high-fructose corn syrup (HFCS) and sucrose the most commonly used sweeteners [5,7].

The increased use of HFCS and sucrose, together with the rising incidence of MetS in our society
during last years, lead scientific community to postulate that high fructose consumption is related to
the development of the pathology [1,8]. Fructose, commonly added as HFCS or sucrose in processed
food, is believed to promote less satiety than other sugars, thus increasing caloric intake, mainly
through sweetened beverages [8]; its different metabolism pathways compared with glucose one,
suggests that fructose is the main cause in the development of MetS [1], and it is been traditionally
used to develop DIO rodent models for MetS research [3,9,10].

However, it is important to note that sucrose, which contributes to more than 90% of caloric
sweeteners globally, is a disaccharide containing equal amounts of fructose and glucose, while HFCS
(main sweetener used in United States) differs little in its fructose and glucose contents (42-55%
fructose: 45-58% glucose), and acts metabolically identical to sucrose [7]. Therefore, fructose and
glucose intakes are similar in United States dietary patterns. In addition, due to HFCS (also called
Isoglucose in Europe) production quota, HFCS is not as available in Europe as it is in United States,
being more common the use of sucrose or products derived from glucose syrups, such as dextrose,
a simple sugar made from corn, which is chemically identical to glucose and highly used in processed
foods due to its versatility and its multiple food applications [11]. Even so, the prevalence of MetS
in European society is increasing fast, as well as in United States. However, few animal models to
investigate the influence of glucose or its derived products in MetS development have been carried out.

The aim of this study was to establish a new glucose-DIO rodent model and evaluate the
MetS-associated alterations developed in the animals. In addition, this study compares the
MetS-associated alterations developed in others previously stablished fructose-DIO rodent models.
To do this, obesity was induced on Wistar rats by ad libitum intake of high-fat, high-fat/high-fructose
or high-fat/high-glucose diets.

2. Materials and Methods

2.1. Experimental Protocol

The experiments were performed in strict accordance with the EC directive for the protection
of animals used for scientific purposes (2010/63/UE) and the Spanish regulations (RD 53/2013),
to minimize the number of animals used and their suffering. All experimental protocols were approved
by the Ethical Committee of Universidad Rey Juan Carlos de Madrid (39/2012).

Wistar male rats at the age of 8 weeks (1 = 29), weighting 280-310 g (Harlan Ibérica Barcelona,
Spain) were housed at a constant temperature room (23 °C), with a 12 h light/dark cycles and free
access to food and water.

After a week of adaptation, the animals were randomly assigned to four groups which received:
standard chow diet (A04, SAFE, Augy, France) and tap water (Control group, C, n = 7), high-fat diet
(Purified Diet 235 HF, SAFE, Augy, France) and tap water (High-fat diet group, HF, n = 6), high-fat
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diet and tap water with 25% fructose (High-fat/high-fructose diet group, HFF, n = 6) and high-fat
diet and tap water with 25% glucose (High-fat/high-glucose diet group, HFG, n = 10), respectively,
for twenty weeks. The solid and liquid diet compositions are detailed in Table 1. Throughout the
feeding period, animals’ body weight was recorded weekly. Food and liquid intake were measured
weekly and the data was used to calculate the energy intake of the different experimental groups.
Over the experimental period, tactile allodynia (a neuropathic sign) was evaluated using the Von Frey
hair test (see 2.2) at the beginning of the study and at week 6, 12 and 18.

Table 1. Composition of the solid and liquid diets administered during the study to the different groups.

Basal Diets Sugar Solutions
Composition
Chow Diet High Fat Diet 25% Dextrose Solution  25% Fructose Solution
Carbohydrate, % 60 42.3 25 25
of which sugars, % - - 25 25
Protein, % 16 17 - -

Fat, % 3 225 - -

Fiber, % 4 32 - -

Minerals, % 5 5 - -

Moisture, % 12 10 75 75

Energy density, kcal/g, kcal/mL 2.900 4.397 0.913 1.000

At the end of the experimental period, rats were fasted for 16 h and then, the animals were
anaesthetized with an intraperitoneal injection of ketamin (87 mg/kg) and xylazine (13 mg/kg),
the abdominal circumference and body length (nose-to-anus length) were registered and used to
estimate the body mass index (BMI). Finally, the rats were euthanized by decapitation.

Blood was collected using lithium heparin tubes (BD Vacutainer, Oxford, UK) and plasma was
obtained by blood centrifugation at 1500 g and 4 °C for 15 min, aliquoted and frozen at —80 °C until
analysis. Heart, epididymal adipose tissue, kidneys, liver and salivary gland samples were excised,
cleaned, weighed and frozen at —80 °C until analysis. Brown adipose tissue and soleus muscle were
removed frozen at —80 °C until analysis. The length of the tibia was recorded.

2.2. Diabetic Neuropathy Evaluation: Von Frey Hair Test

Von Frey hair test was performed to evaluate the development of peripheral neuropathy following
Vera et al. protocol [12]. A significant decrease in Von Frey hairs withdrawal threshold evoked by
tactile-mechanical stimuli is suggestive of mechanical allodynia (increased sensitivity to non-noxious
stimuli).

Over the experimental period, mechanical sensitivity was evaluated at the beginning of the study
and at week 6, 12 and 18. Rats were put down individually on an elevated iron mesh and were allowed
to adapt to new situation for at least 10 min. Adaptation to this environment was also performed on
the day before assessment. Calibrated Von Frey hairs (4, 8, 10, 15, 26 and 60 g) were applied to the
plantar aspect of each hind paw, from below the mesh floor. This test was repeated five times with 3 s
intervals. Withdrawal responses to the stimulus were recorded and it was considered as positive result
when at least three of five responses were obtained with each filament. This value was considered as
the tactile threshold. When less than three positive responses were observed with any of the hair trials,
the test was performed with the next higher force hair.

2.3. RNA Isolation and gPCR

Total RNA was obtained from tissues by TRIzol reagent (Life Technologies, Cergy Pontoise,
France) according to the manufacturer’s manual. The cDNA was synthetized from 1 pg of total RNA
using random primers and Moloney murine leukemia virus reverse transcriptase (Life Technologies)
following the protocol described by Marcotorchino et al. [13]. Quantitative PCR analyses were carried
out using the Mx3005P Real-Time PCR System (Stratagene, La Jolla, CA, USA). Expression was
quantified in duplicate for each condition, and 185 rRNA was used as the endogenous control in the
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comparative cycle threshold (Ct) method. Results were expressed as relative expression ratio [14].
The sequences of the primers used for JPCR analysis of gene expression are shown in Table S1.

2.4. Mitochondrial DNA Quantification

Total DNA was isolated from tissues using DNAzol (Euromedex, Strasbourg, France). The content
of mitochondrial DNA (mtDNA) was determined using real-time quantitative PCR by measuring the
threshold cycle ratio (ACT) of a mitochondrial-encoded gene Cox1 versus a nuclear-encoded gene
cyclophilin A [15].

2.5. Oxidative Stress Biomarkers

Antioxidant capacity of plasma: The antioxidant capacity of plasma was evaluated by the oxygen
radical absorbance capacity (ORAC) method, as previously described by Manso et al. [16], and measured
fluorometrically (485 nm excitation and 520 emission; FLUOstar Optima, BMG Labtech GmbH,
Offenburg, Germany). The results were expressed as pmol of trolox (Sigma, St. Louis, MO, USA)
equivalent/uL of plasma.

Plasma malondialdhehyde: Plasma concentration of malondialdehyde (MDA) was determined
by the thiobarbituric acid assay and spectrophotometrically measured at 535 nm (Infinite M200,
Tecan, Switzerland) as previously reported by Manso et al. [16]. The results were expressed as nmol
MDA /ml plasma.

Glutathione Reduced in liver: The levels of reduced glutathione (GSH) were measured by the
monochlorobimane fluorimetric assay, previously reported by Kamencic et al., by a fluorometer (390 nm
excitation and 510 emission; Infinite M200, Tecan, Switzerland) [17]. The results were expressed as
umol GSH/g protein.

2.6. Glucose Metabolism Determinations

Plasma concentrations of glucose were measured by a glucose-oxidase enzymatic commercial kit
(Spinreact SAU, Sant Esteve de Bas, Spain) and determined at 540 nm with a spectrophotometer (Biotek
HT Sinergy, BioTek Instruments, Inc., Winooski, VT, USA). Plasma levels of insulin were measured by
an ultrasensitive insulin enzyme immunoassay commercial kit, specific for rat (Mercodia AB, Uppsala,
Sweden) spectrophotometrically at 450 nm (Biotek HT Sinergy, BioTek Instruments, Inc., Winooski, VT,
USA). Data were expressed as mg glucose and pmol insulin per milliliter of plasma, respectively.

Moreover, plasma concentrations of both glucose and insulin were used to calculate the insulin
resistance index (homeostasis model assessment [HOMAJ-IR) according to the following formula:
fasting insulin (WU/mL) X fasting glucose (mM)/22.5 [18].

2.7. Lipid Metabolism/PLASMA Cholesterol and Triglycerides

Plasma concentrations of triglycerides and cholesterol were measured by enzymatic and
colorimetric methods using commercial kits (Spinreact S.A/S.A.U, Sant Esteve de Bas, Spain),
and spectrophotometrically determined at 450 nm (Biotek HT Sinergy, BioTek Instruments, Inc.,
Winooski, VT, USA). Results were expressed as mg of cholesterol and mg of triglycerides per milliliter
of plasma, respectively.

2.8. Plasma Leptin and Adiponectin

Plasma concentrations of leptin and adiponectin were measured by ELISA kits (Cusabio, BioNova
cientifica s.I., Madrid, Spain) specific for rat. The results were expressed as ng leptin and pg adiponectin
per milliliter of plasma, respectively.
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2.9. Statistical Analysis

Results are expressed as mean values £ S.E.M. for a minimum of 6 animals. For statistical analysis,
Student t test and one-way analysis of variance (ANOVA) were used for parametric results; differences
between the groups were evaluated by the Bonferroni post-hoc test, using GraphPad Prism 6 software
(Graph Pad, San Diego, CA, USA). Non-parametric results were analyzed using Mann-Whitney test.
p < 0.05 was considered to be statistically significant.

3. Results

3.1. High-Fat/High-Glucose Diet Induces a Greater Weight Gain and Lower Energy Expenditure

Body weight was significantly higher in HFG animals at the end of the study (week 20th) compared
to C and HFF groups (Figure 1a), no differences were found when compared HFG animals vs HF
animals. HFF rats did not increase their body weight, compared to control group. As shown in
Figure 1b, HFG was the only DIO group that significantly increased its abdominal circumference, and
no significant changes were observed in HF or HFF group when compared to C group. Moreover,
HF and HFF animals significantly decreased their BMI, compared with C group, while HFG animals did
not experienced a significant change in this parameter. All DIO groups showed a significant decrease
in food intake when compared the registered data to C group; this decrease was specially marked in
sugar-fed groups (HFF and HFG). Regarding liquid intake, during all experimental period HF and
HFF groups significantly decreased their liquid intake when compared to C animals, while HFG kept
this parameter unchanged respecting controls. Considering caloric intake, it was observed significant
differences between all groups, and HFG animals showed the highest caloric intake comparing all the
groups. Energy expenditure biomarkers in brown adipose tissue were also measured (Figure 1c). While
Medium-Chain Acyl-CoA Dehydrogenase (Mcad) stayed unchanged within all experimental groups,
Long-Chain Acyl-CoA Dehydrogenase (Lcad) was significantly more expressed in HF animals when
compared to C group; Carnitine palmitoyltransferase 13 (Cpt1B) was significantly more expressed in
HFF animals compared to C animals. The expression of both Lcad and Cpt1B did not show significant
changes in HFG group when compared to controls. Pyruvate dehydrogenase kinase 4 (Pdk4) was
significantly less expressed in HFG compared to C animals; no significant differences were observed in
HF or HFF groups when compared to C or HFG animals.

As shown in Table 2, relative weight of epididymal adipose tissue was significantly doubled in
HEFG group when compared to C animals. This parameter was also increased in HF animals when
compared to C, while stayed unchanged in HFF animals. Liver relative weight did not show significant
changes in any DIO groups compared to controls.

3.2. High-Fat/High-Glucose Diet Increases Lipid Peroxidation and Induces Mitochondrial Dysfunction in
Brown Adipose Tissue

Plasma levels of MDA were significantly increased in HF and HFG, while remained unchanged in
HFF group (Figure 2a). When compared all DIO groups to C animals, no significant changes in plasma
antioxidant capacity were observed (Figure 2b). However, HFF group showed a significant increase
in this parameter compared to HF and HFG animals. Regarding to GSH levels in liver (Figure 2c),
all studied DIO groups significantly increased this parameter compared to control animals, being
significantly higher in HF and HFF groups compared to HFG animals.

Figure 2d,e show expression of genes related to mitochondrial biogenesis and dynamics in
brown adipose tissue and muscle. As shown in the figure, most of the measured genes related
to mitochondrial biogenesis and dynamics (PPARy Coactivator 1a, PGClx; Mitofusin-2, Mfn2;
Mitochondrial transcription factor A, Tfam; Mitochondrial dynamin-like GTPase, Opal; Nuclear
respiratory factor 1, Nrfl; Mitochondrial Transcription Factor B2, Tfb2m) in brown adipose tissue were
significantly under expressed in HFG rats, compared to control group; PGCla and PPARy Coactivator
13 (PGC1p) were significantly more expressed in brown adipose tissue of HF rats compared to controls;
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HFF rats significantly increased PGC1f expression in brown adipose tissue, and significantly lower
expression of Mfn2 and Tfb2m, compared to C group.

Expression of most of the analyzed genes related to mitochondrial dynamics in muscle were
significantly lower in all DIO groups compared to controls (Figure 2e); however, this decrease was
significantly more remarkable in HFF rats, compared to HF and HFG animals.

Regarding to mtDNA content in brown adipose tissue (Figure 2f), both HFF and HFG decreased
this parameter when compared to control animals. No differences were found in HF group when
compared to C animals.
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Figure 1. Body weight, anthropometrics and energy metabolism results: (a) Body weight gain during
the study; (b) Anthropometric results at the end of the study, (c) relative expression in brown adipose
tissue of genes related to energy expenditure. Experimental groups: Control group (C), High-fat diet
group (HF), High-fat/high-fructose diet group (HFF) and High-fat/high-glucose diet group (HFG).
Values are means + SEM (n > 6). * p <0.05 vs C; # p < 0.05 vs HF; $ p < 0.05 vs HFE.
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Table 2. Tissue and organ relative weights at the end of the study.

Group
Organ (g/cm Tibial Length) (n > 6)
C HF HFF HFG
Epididymal adipose tissue 3.70 £0.24 494 £0.27* 3.98 £0.53 6.28 + 0.52*%
Liver 2.90 £ 0.09 3.01 £0.08 3.12£0.10 3.15£0.10

Experimental groups: Control group (C), High-fat diet group (HF), High-fat/high-fructose diet group (HFF) and
High-fat/high-glucose diet group (HFG). Values are means £ SEM (n > 6). * p < 0.05 vs C; $ p < 0.05 HFE.

d
(a) @..
0.8+ c <
© * *$ Q2= 20
> # g 8%
© 064 s 5 W
= 252 15
£ goe |
o % =
I O T 8T 4l
a T O ﬁ >
= £23
5 027 ue: & E 054
= €2
0.0 r T 0.0-
b o] HF HFF HFG (e) PGC1a PGC1p Mfn2 Tfam Opat Nrf1 Tfb2m
1.54
), s<
21>
g [ 3
»n # o = *
@ 159 s % 10 #
i §is I :
= [&3
E .. (| Bos n
g =83 #
N 054
P kS *
=2 @ #
5 5E #
3 i
0 T 0.0
c HF f PGC1¢, PGC1p Mfn2
(c) 15
50 c ’
o
£ =
40 8o
J<i £ D1.0q
= 30 58 *#
2 [ *#
T a0
€ 204 =)
o0 < S 05
0
HFF c HF  HFF  HFG

Figure 2. Oxidative stress biomarkers: (a) Plasma malondialdehyde (MDA) levels; (b) Plasma
antioxidant capacity; (c) Liver reduced glutathione (GSH) levels; (d) Gene expression in brown adipose
tissue and (e) muscle of genes implied in mitochondrial dynamics regulation; (f) Mitochondrial DNA
(mtDNA) quantification in brown adipose tissue. Experimental groups: Control group (C), High-fat
diet group (HF), High-fat/high-fructose diet group (HFF) and High-fat/high-glucose diet group (HFG).
Values are means + SEM (n > 6). * p < 0.05 vs C; # p < 0.05 vs HF; $ p < 0.05 vs HFE.

3.3. High-Fat/High-Glucose Diet Increases Fasting Glucose and Insulin Levels in Plasma

As shown in Figure 3a, at the end of the study, all DIO groups significantly increased fasting
glucose levels in plasma when compared to control group. Plasma levels of insulin (Figure 3b) were
also increased in DIO animals compared to controls and insulin levels were significantly higher in HFF
group compared to HF and HFG groups. Changes observed in glucose and insulin levels are however
not represented in HOMA-IR index, since significant differences between groups were not found in this
parameter (Figure 3c). Evaluation of tactile allodynia manifestation (Figure 3d) showed that all DIO
groups significantly reduced their mechanical threshold, being these differences significant since week
6th, compared to C group. Gene expression of Peroxisome proliferator activated receptor o« (PPARx)
in epididymal adipose tissue (Figure 3e) was significantly lower in all DIO groups compared to C
animals. Insulin receptor (InsR) expression in this tissue was significantly lower only in HFG group
when compared to C group. PPARx expression in brown adipose tissue was slightly reduced in HFG
animals, although significant differences were found just when compared to HFF animals. Regarding
to PPAR« gene expression in muscle, all DIO showed a significant decrease in this parameter when
compared to C group. This decrease was significantly important in HFF animals when compared to
HF and HFG groups.
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Figure 3. Glucose metabolism biomarkers: (a) Plasma glucose levels; (b) Plasma insulin levels;
() HOMA-IR calculated at the end of the study; (d) Mechanical sensitivity evolution during the
study; (e) Gene expression in white adipose tissue, brown adipose tissue and muscle of PPAR«; (f) gene
expression in white adipose tissue of insulin receptor (InsR). Experimental groups: Control group (C),
High-fat diet group (HF), High-fat/high-fructose diet group (HFF) and High-fat/high-glucose diet
group (HFG). Values are means = SEM (n > 6). * p < 0.05 vs C; # p < 0.05 vs HF; $ p < 0.05 vs HFFE.

3.4. High-Fat/High-Glucose Diet Increases Plasma TG Levels and Lipids Mobilization in White Adipose Tissue

Plasma TG levels were significantly increased in all DIO groups compared to C group, as shown
in Figure 4a, no significant differences between DIO groups were observed in this parameter.
No differences were found in plasma total cholesterol levels when DIO animals were compared
to C animals, however HF group showed this parameter significantly increased when compared to
HFF animals, while HFG animals showed this parameter significantly decreased when compared to
HFF group. Regarding plasma HDL levels, no differences between groups were observed although
HFG showed a slight decrease of this parameter. Atherogenic index was slightly increased in HF and
HFG animals, although no significant differences were found between groups.

Regarding expression of genes related to lipid metabolism and mobilization in epididymal adipose
tissue (Figure 4b), no significant differences were observed in Sterol Regulatory Element-Binding
Protein 1c (SREBP1c) gene expression in any DIO group when compared to C animals. HF animals
showed an increased expression of SREBP1c when compared to HFF and HFG animals. No differences
were observed between HFF and HFG animals in this parameter. Gene expression of Adipocyte Protein
2 (aP2) was significantly raised in HFG animals when compared to the other experimental groups.
Fatty Acid Synthase (FAS) was less expressed in all DIO animals when compared to controls, being
this reduction less pronounced in HFF and HFG groups compared to HF group.

3.5. High-Fat/High-Glucose Diet Could Induce Adiponectin Resistance

As shown in Figure 5a, plasma adiponectin levels were significantly increased in HFG group
compared to C animals, while HF and HFF keep this parameter unchanged. Plasma leptin levels did
not significantly change in any DIO group compared to control animals (Figure 5b).

Figure 5c shows a reduction of adiponectin gene expression in epididymal adipose tissue of all
DIO animals, compared to controls. Both HF and HFF groups showed a significantly lower expression
of leptin than C group, while HFG did not change this parameter. HF animals significantly increased
the expression of LepR gene when compared to HFF and HFG animals, but this difference was not
significant when compared to C group.
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Figure 4. Results in lipid metabolism biomarkers. (a) Results in plasma lipid metabolism biomarkers
at the end of the study; (b) expression of genes related with lipid metabolism in epididymal adipose
tissue. Experimental groups: Control group (C), High-fat diet group (HF), High-fat/high-fructose diet
group (HFF) and High-fat/high-glucose diet group (HFG). Values are means + SEM (n > 6). * p < 0.05
HE HFF, HFG vs C; # p < 0.05 HFE, HFG vs HF; $ p < 0.05 HFG vs HFFE.
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Figure 5. Plasma levels of adiponectin and leptin at the end of the study: (a) Plasma adiponectin
levels; (b) plasma leptin levels; (c) Gene expression of adiponectin, leptin and leptin receptor
(LepR) in white adipose tissue. Experimental groups: Control group (C), High-fat diet group (HF),
High-fat/high-fructose diet group (HFF) and High-fat/high-glucose diet group (HFG). Values are
means £ SEM (n > 6). * p <0.05 vs C; # p < 0.05 vs HF; $ p < 0.05 vs HFF.
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4. Discussion

The rising incidence of MetS and the increased consumption of fructose and sucrose in western
societies during last years, lead scientific community to postulate that at least, high fructose
consumption is related to the development of this pathology [1,8]. However, considering that fructose
and glucose intakes are similar in USA dietary patterns, and glucose intake is even higher in Europe,
there are not studies so far in which the influence of glucose during MetS development is proved.

The primary focus of this study was to characterize physical and metabolic changes produced
due to a high-fat/high-glucose diet consumption, compared to animals fed a standard chow diet.
In addition, a secondary focus of this study was to compare if these changes were as different as
expected when compared to those developed with a high-fat or high-fat/high-fructose diet intake.

In our study, animals fed a high-fat/high-glucose diet showed an increase in body weight,
fat deposition, an increase in oxidative stress biomarkers, raised fasting levels of glucose and insulin in
plasma and allodynia (a feature of neuropathic pain) which suggest an early stage MetS development.
These alterations were in addition more marked in glucose-fed animals when compared to fructose-fed
ones, showing clear differences depending on sugar consumption and the key role of glucose on
MetS development.

Weight gain is caused by an imbalance between energy uptake and energy expenditure that
causes fat accumulation in white adipose tissue [19]. In our study, all DIO groups showed an increase
in caloric intake, but just HFG animals showed an increase in body weight. It is important to note that,
although no significant differences were found against controls, HFF animals presented the lowest
body weight at the end of the study. Despite several studies have proved that high-fat/high-fructose
diets induce an increase in body weight, abdominal fat deposition, abdominal circumference and
BMI [1,3,9], we did not obtain those results in our study. It is possible that, to induce such fat deposition
and weight gain, it could be necessary to feed a higher amount of fructose to the animals, reaching a
40-70% of energy from fructose in the diets [1,9]. This amount of fructose might not be a realistic intake
of sugars, being glucose a better choice to induce fat deposition and body weight gain by mimicking a
real human diet. In addition, we observed that both HFF and HFG groups reduced their food intake
compared to controls. HFF animals reduced their liquid intake as well, while HFG animals did not
change this parameter when compared to controls. Although it has been observed that fructose is less
able to promote satiety, thus increasing caloric intake [8], our results showed a reduced caloric intake in
HFF animals. As fructose is around twice as sweet as glucose [11], the reduced caloric intake seems to
be caused by a reduced liquid intake due to a sensory-specific satiety. Sensory-specific satiety is defined
as the declining pleasure and attraction to the sensory attributes to a specific food eaten in a meal [20].
Regarding to this, a glucose solution could be more pleasant to drink than a fructose solution, thus
reducing the sweet-related satiety, resulting in a major consumption of glucose under same conditions.
Our results imply that, when we work on an animal model under ad libitum situations, the utilization
of glucose as sugar makes able to double caloric intake respecting models in which fructose is used,
thus accelerating the development of metabolic damages and speeding up the induction of MetS.

Among the huge variety of scales available to measure obesity, BMI and abdominal circumference
are two of the most common scalesused to predict the development of obesity-associated
pathologies [19]. Although these measures are to some extent influenced by age, gender and ethnicity,
and despite the controversial use of BMI to predict metabolic risk, both high BMI and/or abdominal
circumference are still considered as valuable markers for predicting metabolic disorders and related
diseases [19,21,22]. Abdominal circumference reflects indeed visceral adipose tissue, which has a
stronger relationship with MetS due to its important secretion of pro-inflammatory adipokines [23].
Regarding to this, HF and HFF groups did not show an increase in abdominal circumference compared
to C animals, but they even showed a lower BMI. Both combined results are related with a reduced
MetS risk factor. On the other hand, HFG showed a significant increase in abdominal circumference,
which occurs together with an increase in epididymal adipose tissue weight. Overall, anthropometrics
results suggest a major risk to develop MetS in HFG rats compared to the other DIO animals [19,21,22].
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Due to all the animals in the present study were sedentary, thermogenesis became the main way to
expend the excess of caloric intake due to a high-fat/high-sugar diet. Lcad and Cpt1B, both implicated
in fatty acid oxidation, are highly expressed in HF and HFF animals, which lead to a higher energy
expenditure from fatty acids, while expression of these genes remain unchanged in HFG. On the other
hand, Pdk4 is downregulated in HFG, which could lead to an activation of pyruvate dehydrogenase
and a higher expenditure of energy provided from glucose in this tissue. It has been already observed
that DIO Wistar rats exhibited an upregulation of brown-fat markers in white adipose tissue as an
adaptive mechanism against a high caloric diet. Brown fat depots in white adipose tissue increase
fatty acid and sugar oxidation leading to a lower fat accumulation in adipocytes [24,25]. Our results
suggest that fatty acid and sugar oxidation stimulation also occur in brown adipose tissue. However,
upregulation of fatty acid oxidation seems to be more effective than upregulation of glucose oxidation
in order to burn energy, as we observed an increased adiposity and body weight gain in HFG in
comparison to HF and HFF animals.

Oxidative stress, mainly caused by mitochondrial dysfunction, is strongly linked with MetS
development. Excessive energy supply leads to an increased oxidative activity that, along with
an insufficient antioxidant defense, causes an overproduction of reactive oxygen species (ROS)
in mitochondria, causing damages in other macromolecules such as lipids, proteins and nucleic
acids [4,26,27]. Malondialdehyde (MDA) plasma levels were increased in HF and HFG groups, while
stay unchanged in HFF animals. HFF group even presented higher plasma antioxidant capacity than
the other DIO animals. These results suggest a better capability of glucose than fructose to induce
oxidative damage when combined with a high fat diet. An excessive generation of free radicals in
the cells induces the activation of defense mechanisms, such as antioxidant enzymes which protect
the cells against oxidative stress. In our study, we found an overproduction of liver GSH in all DIO
animals, which could confirm the activation of the antioxidant defense. Shawky et al. did already
observe this GSH overproduction in rats [28]. However, GSH levels in HFG were significantly lower
than in HFF or HF livers, probably due to a greater production of ROS underlying in HFG group.
Besides, genes related to mitochondrial biogenesis and dynamics (PPAR«, PGClx, Mfn2, Tfam, Opal,
Nrfl, Ttb2m) were downregulated in brown adipose tissue of HFG animals when compared to C.
This general downregulation is less pronounced in HFF, showing even an upregulation of PGC1f3
compared to C. Mitochondrial biogenesis and dynamics are very important to keep mitochondrial
machinery and genome [4], being the downregulation of these dynamics in HFG a strong indicator of
mitochondrial damage and dysfunction.

Both abdominal adiposity and oxidative stress are strongly related to insulin resistance, impaired
glucose metabolism and, eventually, the development of Type 2 Diabetes Mellitus (T2DM) [1,29].
Regarding this, it is important to note that both glucose and insulin plasma levels were increased
in all DIO groups, being this change stronger in HFF. However, HOMA-IR did not show significant
differences, although an increasing trend was observed in both HFF and HFG groups. Regarding
the role of PPAR«x controlling fatty acids oxidation, its downregulation has been related with insulin
resistance [30]. As expected, PPARx was strongly downregulated in white adipose tissue and muscle
of all DIO animals. However, just HFG animals showed a significant downregulation of insulin
receptor (InsR) in white adipose tissue when compared to C.This result could be related with the
slight reduction in PPARa expression observed in brown adipose tissue of HFG animals. Sensory
neuropathy occurrence has been related with insulin resistance and appears at early stages of diabetes,
even before changes on insulin or glucose plasma levels can be noticed [31]. In our study, measurement
of tactile allodynia confirmed that all the DIO animals developed sensory neuropathy. High-fructose
diets have been widely used to develop insulin-resistance animal models either combined or not with
high-fat diets [32]. However, these kind of models usually require high content of fructose in the
diets (50-70%), large periods of high-fructose feeding or even the utilization of old-animals in order to
develop metabolic alterations [32-34]. In our study, young rats were fed a low-sugar-content solution
(25%) during 20 weeks, which would not be enough to induce metabolic damage in the animals.



Nutrients 2018, 10, 1502 12 of 15

Our results suggest that fructose could be better to induce impaired glucose metabolism than glucose
itself, when combined to a high-fat diet. However, even though all the alterations measured were more
marked in HFF animals, it is important to highlight the capability of glucose to induce them, being
possible the development of insulin resistance and impaired glucose tolerance under a higher content
of glucose fed to the animals or using older animals in the study.

When consumed, fructose is rapidly absorbed by liver, transformed into fatty acids and then
released to systemic circulation in form of TG thus increasing TG plasma levels and atherogenic
risk [1,8]. In our study, all DIO animals, even HF group, showed an increase in TG levels, and they
did not show changes in total cholesterol nor HDL levels when compared to controls. Regarding
this, we cannot attribute the increase of the TG levels to the intake of sugar, but to the intake of fat
itself. In this way, both glucose and fructose could just promote a stronger change in this parameter.
During obesity, excess energy is stored in white adipose tissue in form of fatty acids and TG, leading
to adipocytes hypertrophy [23,35]. When adipocytes are overloaded, excess of fatty acids are released
back to systemic circulation and ectopic fat accumulation occurs, aggravating MetS complications [35].
SREBP1c acts as the main regulator of lipogenesis in white adipose tissue. This gene showed to
be overexpressed in HF group when compared with HFF and HFG, although no differences were
observed when the DIO groups where compared to control animals. These results suggested a
stimulated lipogenesis en HF animals when compared to the groups which consumed sugar during the
feeding period (HFF and HFG groups). In addition, FAS expression was reduced in all DIO animals,
this is an expected result, as there is an excessive supply of fatty acids result of a high-fat diet intake.
However, both HFF and HFG groups showed a higher expression of FAS when compared to HF
animals. This is probably due to an excess of circulating sugar, leading to a stimulation of fatty acids
and TG synthesis. On the other hand, aP2 only increased its expression in HFG animals, suggesting
that just this group experienced an important mobilization of fatty acids in adipocytes, and this is the
only group in which adipocytes are overloaded.

Regarding the implication of inflammatory response in the development of MetS, our results
showed an unexpected increase in adiponectin plasma levels in HFG group when compared to control,
in spite of a reduced gene expression of this anti-inflammatory adipokine in white adipose tissue of all
DIO groups. This controversial result, already observed by other researchers [36,37], seems to occur at
early stages of metabolic syndrome development [37] or during weight gain events [38]. Certainly,
some researchers have observed that the impairment of adiponectin secretion and the lowering of
adiponectin levels in plasma arise just after metabolic syndrome establishment [37]. Although the
mechanisms involved in this event are still unclear, adiponectin resistance has been proposed as
a possible cause, leading to the accumulation of this adipokine in the systemic circulation [37,39].
Actually, Tsuchida et al. observed a lower expression of adiponectin receptors during hyperinsulinemic
and hyperglycemic states [39]. On the other hand, leptin plasma levels showed an increasing trend
although no significant differences were observed. As a resistance mechanism was expected, we
measured gene expression of both genes in white adipose tissue: Leptin protein itself and LepR, so that
we can observe an increase on leptin sensitivity in HF animals, due to an increase in LepR expression.
Although significant decreasing was not observed in LepR expression nor in HFF nor HFG, we could
observe a significant decrease of leptin gene expression in HF and HFF animals, while HFG did not
change its expression when compared to control. These results in leptin and adiponectin levels, suggest
a low-grade inflammatory response in HFG, stronger than in HFF animals.

Several researchers have already disputed claims about the importance of fructose in MetS
development over other kind of sugars, such as glucose [7,40]. In this way, Rippe and Angelopoulos
insist that, given the complexity of weight gain and energy regulation, it is unlikely that just one
component of the diet impacts upon the problem, and claims that greater intake of sugars lead to
overconsumption of calories leading to weight gain [40]. However, our results have shown that there
are indeed differences between type of sugar consumption, glucose or fructose, in MetS development.
Compared to fructose, glucose induces a major adiposity and oxidative stress status, which accelerate
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metabolic abnormalities and MetS manifestation. It is important to note that, due to HFCS production
quota, this source of fructose is not as available in Europe as it is in United States, being glucose syrups
and derived products commonly used in Europe [11].

In brief, High-fat/high-glucose fed rats showed an increased body weight, abdominal
circumference and fat deposition, combined with oxidative stress, raised fasting levels of glucose
and insulin in plasma, dyslipidemia and mechanical allodynia. Altogether, our results showed an
early-stage MetS which, in addition, could lead to T2DM and cardiovascular disease development
over time in HFG animals. This study suggests that we could be paying too much attention to fructose,
leading us to overlook the important contribution of glucose (also called dextrose in food industry) in
MetS development. Our study demonstrates the effectivity of glucose over fructose to induce MetS in
animals when it is combined with a high-fat diet. However, more studies are necessary in order to
characterize in deep the high-fat/high-glucose model. These studies should consider the limitations of
this study and to include data for classical glucose and insulin tolerance tests and also to explore the
cardiovascular condition of this new experimental model, since MetS is an important risk factor for
cardiovascular disease. In conclusion, the high-fat/high-glucose model could be useful to study novel
therapeutic agents for controlling MetS and related complications.

5. Conclusions

In brief, High-fat/high-glucose fed rats showed an increased body weight, abdominal
circumference and fat deposition, combined with oxidative stress, impaired glucose tolerance,
dyslipidemia and mechanical allodynia. Altogether, our results showed an early-stage MetS which,
in addition, could lead to T2DM and cardiovascular disease development over time in HFG animals.
This study suggests that we could be paying too much attention to fructose, leading us to overlook
the important contribution of glucose (also called dextrose in food industry) in MetS development.
Our study demonstrates the effectivity of glucose over fructose to induce MetS in animals when
it is combined with a high-fat diet. However, more studies are necessary in order to characterize
more deeply the high-fat/high-glucose model and also to investigate the cardiovascular condition
of this new experimental model, since MetS is an important risk factor for cardiovascular disease.
In conclusion, the high-fat/high-glucose model could be useful to investigate novel therapeutic agents
for controlling MetS and related complications.
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