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Abstract: Oxyresveratrol has been proven effective in inhibiting adipogenesis in a 3T3-L1 cell model.
We investigated the preventive effect of oxyresveratrol supplementation on obesity development in
high-fat diet-fed mice. Male C57bl/6 mice were randomly subjected to control (5% fat by weight, LF),
high-fat (30% fat by weight, HF), and high-fat supplemented with 0.25% and 0.5% oxyresveratrol
(OXY1 and OXY2, respectively) diet groups for eight weeks. Oxyresveratrol supplementation effectively
alleviated obesity-associated symptoms such as insulin resistance, hyperglycemia, and hepatic steatosis
in high-fat diet-fed mice. Compared to the high-fat diet group, oxyresveratrol supplementation
suppressed expression of glucose-6-phosphatase, sterol regulatory element-binding proteins 1, fatty
acid synthase and CCAAT/Enhancer-binding proteins o, and elevated AMP-activated protein kinase
(x2-catalytic subunit) level in liver, upregulated insulin-dependent glucose transporter type 4 level
in adipose tissue, and increased expression of insulin receptor substrate 1, insulin-dependent
glucose transporter type 4, AMP-activated protein kinase «, peroxisome proliferator-activated
receptor y coactivator-la, and sirtuin 1 in muscle to regulate lipid and glucose homeostasis in
these tissues. This study demonstrated that oxyresveratrol supplementation effectively ameliorated
obesity-associated symptoms in high-fat diet-fed mice, presumably attributed to mediating critical
regulators involved in lipid and glucose homeostasis in liver, visceral fat, and muscle.

Keywords: oxyresveratrol supplementation; amelioration; high-fat diet; obesity; glucose homeostasis;
lipid homeostasis

1. Introduction

Over the years, the prevalence of obesity has been increasing worldwide with the obese population
more than doubling since 1980. Around the world, more than 1.9 billion adults were overweight or
obese in 2014. Additionally, in 2014, 41 million children under the age of 5 were reported to suffer
from overweight or obesity [1]. More and more adults as well as children suffer from abnormal
or excessive body fat with a variety of comorbidities, such as hypertension, dyslipidemia, type 2
diabetes, cardiovascular disease, stroke, sleep apnea, knee osteoarthritis, and certain cancers [2,3].
Obesity has been considered a global epidemic disease [1,4]. Soaring demands for effective anti-obesity
strategies are driving industry and academia to conduct research in this field. To prevent or heal
obesity with the supplementation of phenolic compounds have generated intense interest in recent
years. Among the studied phenolics, resveratrol (Figure 1a) has been extensively studied with both
in vitro and in vivo studies demonstrating that resveratrol has great potential in the management
of obesity. Supplementation of resveratrol is capable of relieving the harmful effects induced by
a high-calorie diet such as reducing the rodents body weight gain, adipose tissue depots, plasma
triglycerides, and increasing their survival and motor function [5].
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Being similar in structure with resveratrol, oxyresveratrol (OXY) (Figure 1b) possesses
an additional hydroxyl group on its aromatic ring [6,7]. OXY is a natural polyphenol first isolated from
the heartwood of Artocarpus lakoocha Roxb and also rich in mulberry (Morus alba L.) twigs and woods [8].
Studies on OXY have revealed that it possesses similar biological activities as resveratrol and the
potential beneficial effects include anti-inflammatory, anti-oxidative, anti-viral, and neuroprotective
activities [9-14]. It has also been considered a potent free radical scavenger, a tyrosinase inhibitor,
and an anti-browning agent that could be used in food industry for cloudy apple juices and fresh-cut
apples [7,15,16].
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Figure 1. Structures of resveratrol (a) and oxyresveratrol (b).

Our previous study demonstrated that OXY, at non-cytotoxic doses, possesses anti-adipogenic
ability in 3T3-L1 cells by inhibition of differentiation through inducing cell cycle arrest [17].
However, little is known about OXY’s impact on obesity in vivo. The present study thus aimed at
investigating the preventive effects of OXY supplementation on the development of obesity in mice
fed with a high-fat diet. C57bl/6 male mice were randomly assigned to control (5% fat by weight,
LF), high-fat (30%, HF), and high-fat supplemented with 0.25% and 0.5% OXY (OXY1 and OXY2,
respectively) diet groups for eight weeks. Growth parameters, organ and adipose tissue weights, serum
biochemical parameters, and the expressions of relevant mRNA /protein in liver, adipose tissues, and
muscles were examined to identify the putative anti-obesity effect of OXY and gain insight on the
underlying mechanism.

2. Materials and Methods

2.1. Oxyresveratrol and Experimental Diets

OXY (>98% pure, CAS registry No. 29700-22-9) was purchased from Great Forest Biomedical Ltd.,
Hangzhou, China. The purity was confirmed by High Performance Liquid Chromatography analysis.

The formulation for the experimental diets was modified based on the AIN-93G
recommendation [18]. The control diet was the low-fat diet (LF, 5% fat w/w) that comprised corn oil
(50 g/kg) as lipids. The high-fat diet (HF, 30% fat w/w) comprised corn oil (150 g/kg) and Crisco
shortening (150 g/kg) as lipids. The two treatment groups were the high-fat diets supplemented with
0.25% OXY (OXY1) and 0.5% OXY (OXY2). OXY was added to the high-fat diet at the expense of
cornstarch. OXY1 and OXY2 diets contained 2.5 g and 5 g OXY /kg, respectively. Diet compositions
with energy density were stated in Table 1. All prepared diets were stored at —40 °C and fresh diets
were provided every other day.
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Table 1. Composition of the experimental diets !.

Ingredient LF 2 HF® OXY1% OXxY2°
g/kg
Casein ©, 87.5% 200 235 235 235
Corn starch © 5495 2555 253 250.5
Sucrose ° 100 100 100 100
Cellulose (fiber) © 50 50 50 50
Crisco 7 0 150 150 150
Corn oil 8 50 150 145 145
Oxyresveratrol 0 0 2.5 5
Mineral ¢, AIN-93G-MX 35 42 42 42
Vitamin ¢, AIN-93-VM 10 12 12 12
Choline bitartrate 2.5 2.5 2.5 2.5
L-Cystine 3 3 3 3
Tert-butylhydroquinone 0.014  0.014 0.014 0.014
Energy *, k] /g 15.69  20.69 20.46 20.42

! Based on AIN-93G diet with modification. ? LF: Low-fat diet. 3 HF: High-fat diet. *+ OXY1: High-fat diet
supplemented with 0.25% oxyresveratrol. > OXY2: High-fat diet supplemented with 0.5% oxyresveratrol. ® Harlan
Teklad (Madison, WI, USA). 7 Crisco, partially hydrogenated vegetable shortening (Procter & Gamble, Orrville,
OH, USA). 8 Mazola (CPC, Kuala Lumpur, Malaysia). * Based on energy densities: 16.74 kJ/g for protein and
carbohydrates and 37.66 k] /g for fat.

2.2. Experimental Design

39 male C57bl/6 mice, four weeks of age, were obtained from the animal unit of Faculty of
Medicine, The University of Hong Kong, Hong Kong. The animals were housed individually under
controlled temperature and 12 h light-dark cycle and had free access to water. The mice were randomly
assigned to one of the four diet groups (1 = 8-11) for eight weeks: low-fat diet (LF, 5% fat w/w); high-fat
diet (HF, 30% fat w/w); high-fat diets supplemented with 0.25% OXY (OXY1) and 0.5% OXY (OXY2).
Food intake and body weight were monitored every other day. At the end of eight weeks, blood was
drawn from the abdominal vena cava from each mouse and then the mouse was killed by cervical
dislocation. Tissues including liver, visceral fat, and gastrocnemius muscle were collected and stored
at —80 °C for assays of biochemical parameters, and gene/protein expression. All the procedures were
performed with the approval of the ethics committee on the Use of Live Animals in Teaching and
Research at The University of Hong Kong (No. 3263-14).

2.3. Measurement of Biochemical Parameters

Serum was prepared by leaving the blood to clot undisturbed at room temperature for 30 min and
then removing the clot by centrifuging at 2000 g for 10 min at 4 °C. Serum glucose was determined
by Glucose Assay Kit (Abcam, Cambridge, UK). Serum high-density lipoprotein (HDL) cholesterol
was assayed by Cholesterol, HDL Test, Precipitating Reagent (Stanbio Laboratory, Boerne, TX, USA).
Cholesterol was determined with Cholesterol LiquiColor (Stanbio Laboratory, Boerne, TX, USA).
Serum insulin was measured by Mercodia Mouse Insulin ELISA kit (Mercodia, Uppsala, Sweden).
The HOMA-IR (homeostasis model assessment of insulin resistance) index was calculated as (fasting
serum glucose (mmol/L) x fasting serum insulin (mIU/L)/22.5) to assess insulin resistance [19,20].
Serum and liver triglyceride (TG) were assayed using Triglycerides LiquiColor (Stanbio Laboratory,
Boerne, TX, USA). Non-esterified fatty acid (NEFA) was measured by LabAssay NEFA kit (Wako Pure
Chemical Industries, Osaka, Japan).
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2.4. Total RNA Isolation and Real-Time Reverse Transcriptase Polymerase Chain Reaction (PT-PCR) Analysis

Total RNA from liver, visceral fat, and gastrocnemius muscle were extracted with Trizol reagent
(Invitrogen, Waltham, MA, USA) following the manufacturer’s instructions. cDNA was synthesized
from 0.5 pg of total RNA using iScript Select cDNA Synthesis Kit (Bio-Rad Laboratories, Hercules,
CA, USA). cDNA and TagMan probes were subjected to quantitative Real-Time PCR amplification
by TagMan Universal Master Mix II (Applied Biosystems, Carlsbad, CA, USA) on the StepOnePlus
Real-Time PCR System (Applied Biosystems, Carlsbad, CA, USA). The thermal profile settings were
50 °C for 2 min and 95 °C for 10 min and then 40 cycles at 95 °C for 15 s and 60 °C for 1 min.
Relative expression levels of the mRNA of the target genes were normalized to GAPDH mRNA levels.

2.5. Protein Extraction and Western Blotting Analysis

Mice liver tissue fragments were homogenized in an ice cold lysis buffer (25 mM
4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid (pH 7.5), 150 mM sodium chloride, 1 mM
ethylenediaminetetraacetic acid disodium salt, 1 mM dithiothreitol, 1% Triton X-100) with added
4% protease inhibitor cocktail, 1% phosphatase inhibitor cocktail B, and 2% phosphatase inhibitor
cocktail C for protein collection. Protein concentration in samples was determined using the Bradford
Reagent (Bio-Rad Protein Assay Dye Reagent Concentrate). 30 pg of protein of each sample was
applied for electrophoresis on 12% sodium dodecyl sulfate polyacrylamide gel electrophoresis gels
and transferred to polyvinylidene diflouride membrane. Membranes were blocked with 5% nonfat
dried milk powder in phosphate buffered saline (PBS) solution with tween-20 or tris buffered saline
(TBS) solution with tween-20 (0.1% v/v tween-20 in PBS or TBS) overnight at 4 °C. The membranes
were then incubated for 2 h with specific antibodies at room temperature. Equal sample loading was
verified by anti-f3-actin. Membranes were developed using SuperSignal West Pico Chemiluminescent
Substrate (Pierce Biotechnology, Rockford, IL, USA). The bands were quantified densitometrically
using the software Image] 1.47v (Wayne Rasband, Bethesda, MD, USA).

2.6. Statistical Analysis

The data were presented as means £ S.E.M. (the standard error of the mean). One-way ANOVA
with Duncan corrections was used to determine significance for multiple comparisons. For all analyses,
the accepted level of significance was p < 0.05. The calculations were performed using SPSS statistical
package version 11.0 for Windows (International Business Machines Corporation, Armonk, NY, USA).

3. Results

3.1. Effects of Oxyresveratrol on Body Weight, Energy Intake, Energy Efficiency, and Tissue Weights

After feeding with designated diets for eight weeks, the HF mice had significantly higher body
weight gain, energy intake and energy efficiency than that of the LF mice (Figure 2, Table 2, p < 0.05).
While, OXY supplemented high-fat feeding mice (OXY1, OXY2) had significantly reduced body weight
gain, energy intake and energy efficiency as compared to those of the HF mice (Figure 2, Table 2,
p < 0.05). Comparing the two OXY supplemented groups, both body weight gain and energy efficiency
were significantly lower in the OXY2 group, while energy intakes were not significantly different
(Figure 2, Table 2, p < 0.05). Furthermore, as indicated in Table 2, there was no significant difference
in gastrocnemius muscle weights among the four groups, while the weights of liver and visceral fat
in OXY1 and OXY2 mice were significantly reduced as compared to those of the HF mice (Table 2,
p < 0.05).
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Figure 2. Effects of oxyresveratrol supplementation on body weight gain (a) and total energy intake (b).
C57bl/6 mice were fed low-fat or high-fat diet with or without oxyresveratrol (n = 8-11/group) for
eight weeks. Values are presented as means + S.E.M. Means by different letters are significantly
different at p < 0.05.

Table 2. Effects of oxyresveratrol supplementation on body weight, energy intake, energy efficiency,

and tissue weights of mice 2.

Parameters LF3 HF 4 OXY13 OXY26

Body weight

Starting body weight, g~ 19.61+021 19714020 1956 +025  19.56 + 0.31
Final body weight, g 3246 +084° 4054+0712 3351+£082° 29.92+093°¢
Body weight gain, g 12.854+081P 208340672 13.95+0.79° 1035+ 0.77°¢

Energy intake
Fat intake, MJ 043+0.01¢ 2.09+0.022 1.8940.02P 1.84 +0.05P
Energy intake, MJ 3574005  3.8240042 349 4 0.04bc 337 +0.09¢

Energy efficiency 7, g/MJ ~ 3.60 +£0.00®  54540.00% 3.98+0.00P 3.04 £0.00°¢

Tissue weights

Liver, g 112 +0.04% 13440072  1.08 4+ 0.04bc 0.96 + 0.04 ¢
Visceral fat, g 1754+ 0.13¢ 33140072 23540.15P 1.60 +0.15°¢
Gastrocnemius muscle, g 0.31 + 0.03 0.29 4+ 0.02 0.29 £ 0.01 0.30 & 0.01

1 Values are mean + S.E.M. 1 = 8-11 per group at eight weeks. > Means in each row with superscripts without
a common letter differ, p < 0.05. 3 LF: Low-fat diet. * HF: High-fat diet. > OXY1: High-fat diet supplemented with
0.25% oxyresveratrol. © OXY2: High-fat diet supplemented with 0.5% oxyresveratrol. 7 Energy efficiency: body
weight gain (g)/energy intake (M]). Energy efficiency is calculated as described by Li et al. [21].

3.2. Effects of Oxyresveratrol on Serum Concentration of Glucose and Insulin

As shown in Table 3, the serum concentrations of glucose and insulin in HF mice were significantly
higher than those of the LF mice; the OXY supplementation significantly suppressed the levels of these
two parameters in serum of high-fat fed mice, and the serum insulin level was decreased to the level
of the LF mice (Table 3, p < 0.05). Compared to that of other three groups, the HOMA-IR index for
the high fat group was significantly increased. Meanwhile, no difference in the HOMA-IR index was
observed among the OXY supplemented mice and the LF mice (Table 3, p < 0.05).

3.3. Effects of Oxyresveratrol on Lipid Profiles in Serum and Liver

Compared to the HF group, 0.5% OXY supplementation to a high-fat diet for eight weeks
significantly lowered serum levels of TG, cholesterol, and NEFA and also liver levels of TG and
cholesterol (Table 3, p < 0.05).
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Table 3. Effects of oxyresveratrol supplementation on serum and liver biological parameters of mice

6 of 13

12

Biological Parameters LF3 HF 4 oxY15 OXY26
Serum
Glucose, mM 48+04° 9.6 £0.82 6.7+ 0.6 72+03P
Insulin, pug/L 05+03P 154032 04401P 03+02P
HOMA-IR index 7 44+1.7b 20.1 £4.6° 47+12° 32+14P
Triglyceride, mg/dL 1327 +£58% 1104 +74%  1053+53P  846+59¢
Cholesterol, mg/dL 139.7 + 4.9 1534 +£332  1423+492>  1340447°
HDL cholesterol, mg/dL 89.4 +27 92.7+1.0 91.4+20 86.8 + 3.0
NEFA, mEq/L 17+£012 15+£01% 15+£01° 11401°¢
Hepatic lipids
Triglyceride, mg/g liver ~ 14.1+ 042 141+£05% 129+£03%  11.9+05°
Cholesterol, mg/g liver 25+022 244+01° 1.8+0.1b 17+01°
NEFA, 103 mEq/g liver 3.6+02P 464032 494042 564072

! Values are mean + S.E.M. n = 8-11 per group at eight weeks. > Means in each row with superscripts without
a common letter differ, p < 0.05. 3 LF: Low-fat diet. * HF: High-fat diet. > OXY1: High-fat diet supplemented with
0.25% oxyresveratrol. © OXY2: High-fat diet supplemented with 0.5% oxyresveratrol. 7 HOMA-IR index: fasting
serum glucose (mmol/L) x fasting serum insulin (mIU/L)/22.5.

3.4. Effects of Oxyresveratrol on mRNA Expression of Liver, Visceral Fat, and Gastrocnemius Muscle

In OXY supplemented HF groups (especially in OXY2 group), hepatic mRNA expression of
AMP-activated protein kinase o2 (AMPK«2) was upregulated, whilst glucose-6-phosphatase (G6pase)
level was downregulated compared to the HF group (Figure 3a,b). Hepatic mRNA expressions of
carnitine palmitoyltransferase IA (CPT-1a), carnitine palmitoyltransferase IB (CPT-1b) in oxyresveratrol
OXY groups were similar to those of the HF group (Figure 3c,d). Mice fed with a high-fat diet for
eight weeks had decreased mRNA expressions of glucose transporter type 4 (GLUT4) in visceral fat,
whereas GLUT4 level was upregulated in OXY supplemented HF groups (Figure 4). In gastrocnemius
muscle, mRNA expressions of GLUT4, insulin receptor substrate 1 (IRS-1), SIRT1, peroxisome
proliferator-activated receptor gamma coactivator 1-alpha (PGC-1«), AMPKal and AMPKa2 were all
upregulated in OXY supplemented groups (especially in OXY2) compared to the HF group (Figure 5).
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Figure 3. Relative mRNA expression levels of AMPK«?2 (a), G6Pase (b), CPT-1a (c), and CPT-1b (d)
in liver of C57bl/6 mice that were fed low-fat or high-fat diet with or without oxyresveratrol

(n = 8-11/group) for eight weeks. Values are presented as means & S.E.M. Within each treatment, bars

topped by different letters are significantly different at p < 0.05.
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Figure 4. Relative mRNA expression level of GLUT4 in visceral fat of C57bl/6 mice that were fed
low-fat or high-fat diet with or without oxyresveratrol (n = 8-11/group) for eight weeks. Values are
presented as means + S.E.M. Within each treatment, bars topped by different letters are significantly

different at p < 0.05.
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Figure 5. Relative mRNA expression levels of GLUT4 (a), IRS1 (b), SIRT1 (c), PGC-1x (d), AMPK«1 (e),
and AMPKa?2 (e) in gastrocnemius muscle of C57bl/6 mice that were fed low-fat or high-fat diet with
or without oxyresveratrol (n = 8-11/group) for eight weeks. Values are presented as means & S.E.M.
Within each treatment, bars topped by different letters are significantly different at p < 0.05.

3.5. Effects of Oxyresveratrol on Hepatic Protein Expression

In liver, protein levels of sterol regulatory element-binding proteins 1 (SREBP-1), CCAAT/
Enhancer-binding proteins o (C/EBP«), and fatty acid synthase (FAS) were significantly downregulated
in OXY supplemented high-fat diets groups (Figure 6a—c,f). While no significant difference on
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CCAAT/Enhancer-binding proteins 3 (C/EBP) and peroxisome proliferator-activated receptor vy
(PPARY) has been observed among the four mice groups (Figure 6d—f).
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Figure 6. Protein expressions of SREBP-1 (a,f), C/EBP« (b,f), FAS (c,f), C/EBPf (d,f), and PPARY (e/f)
in liver of C57bl/6 mice that were fed low-fat or high-fat diet with or without oxyresveratrol

(n = 8-11/group) for eight weeks. Protein expressions were quantified densitometrically using the

software Image] 1.47v (Wayne Rasband, Bethesda, MD, USA), and were arbitrary units after correction

for loading differences by measuring the amount of $-actin. Values are presented as means = S.E.M.

Within each treatment, bars topped by different letters are significantly different at p < 0.05.
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4. Discussion

In recent years, resveratrol has been demonstrated to effectively lower body weight and adiposity
in rodents fed a high-calorie diet by inducing favorable changes in specific gene and protein
expression [5]. Being similar in structure with resveratrol, OXY has been identified to hold various
biological functions that are comparable to those of resveratrol. However, little is known about its
anti-obesity property. Our previous in vitro study determined that OXY possesses anti-adipogenic
property in 3T3-L1 cells by regulating some key transcriptional factors, as well as inducing cell cycle
arrest through modulation of specific cell cycle regulatory molecules [17], which encouraged us to
study the potential effect of OXY in regulating obesity in vivo. In the present study, OXY was evaluated
of its impact on weight management, obesity-related biochemical parameters, and the regulation of
adiposity related gene and protein expression in high-fat diet-fed mice. The results clearly manifested
that, compared to the HF group, OXY supplementation remarkably induced suppression of body
weight (up to 26%), and organ weight of liver (up to 28%), and visceral fat (up to 51%), restored
serum level of glucose and insulin, and ameliorated the lipid profile of serum and liver in high-fat
diet-fed mice.

Diet composition is closely related to energy efficiency. Mice with high-fat diet induced obese
would have increased energy efficiency, partly resulting from the high energy content of triglycerides,
which are stored in essentially anhydrous form other than the hydrated form for polysaccharides,
reducing the energy stores’ efficiency as fuel [21-23]. In this study, an increase in energy efficiency has
been observed in the HF group, while OXY1 diet (2.5 g OXY/kg HF diet) decreased energy efficiency
in mice and normalized it to that of the low-fat diet group. Moreover, comparing to the OXY1 group,
mice fed with OXY2 diet (5 g OXY/kg HF diet) had significantly lower body weight gain, energy
efficiency, and visceral fat weight without changing the energy intake, which suggested that there
might be a dose dependent effect for OXY to regulate obesity.

Insulin, a peptide hormone secreted by the {3 cells in the pancreas, functions to suppress serum
level of glucose by catalyzing glucose transfer into adipose tissue and muscle, and reducing hepatic
glucose production [24]. Obesity development could lead to insulin resistance, characterized by the
raised level of circulating insulin, as well as suppressed insulin sensitivity [25,26]. In this study, serum
insulin level and insulin resistance index, HOMA-IR, in the HF group mice was significantly elevated
compared to those of the LF group, while OXY supplementation alleviated them in high-fat diet-fed
mice and reduced their levels to those of the LF mice.

Under the condition of insulin resistance, cells in insulin dependent tissues, principally adipose
tissues and muscles, are resistant to insulin and fail to respond to it effectively, inducing a high
level of serum glucose [27]. In this study, serum glucose level was significantly elevated in the HF
group compared to that of the LF group, while OXY supplementation significantly reduced its level.
For adipocytes and muscle cells, intracellular glucose uptake is insulin-dependent via GLUT4, a major
glucose transporter protein. Adipose tissue is supposed to account for around 10% of insulin-regulated
whole body glucose uptake [27]. Through GLUT4, excess blood glucose is diffused into adipocytes,
stimulating the synthesis of fatty acid and glycerol, while suppressing lipolysis. Similar with what
happens to adipocytes, the transportation of intracellular glucose into muscle cells is also via GLUT4
under the regulation of insulin. Muscle is the primary site of insulin-stimulated glucose disposal, and
accounts for around 60%-70% of whole body glucose uptake [27,28]. Earlier researches suggested that
GLUT4 gene expression is decreased in adipose tissue, while retained in muscle under various insulin
resistant states [28]. With the increased GLUT4 expression in adipose tissue or muscle, or both, glucose
tolerance and insulin sensitivity could be elevated in normal, obese, or diabetic mice [28]. In this study,
the mRNA expression of GLUT4 was downregulated in visceral fat, but preserved in muscles of the
HF group compared to that of the LF group, and the results are consistent with those previous studies.
Nevertheless, the OXY supplementation significantly upregulated GLUT4 expression in both visceral
fat tissue and muscle of high-fat fed mice, which might stimulate insulin sensitivity, increasing blood
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glucose uptake into adipocytes and muscle cells, reducing serum glucose level in OXY supplemented
mice groups.

Apart from GLUT4, IRS-1—a member of the insulin receptor substrate family of adaptor
molecules—also plays vital role in intracellular glucose uptake. It is involved in insulin signaling
through tyrosine phosphorylation in response to insulin, insulin growth factor-1, and cytokines [29].
The reduced insulin receptor and IRS-1 levels, their depressed tyrosine phosphorylation together
with the diminished IRS1-associated phosphatidylinositol-3 kinase activity all devote to the defective
insulin-stimulated glucose transport through impairing GLUT4 translocation in muscle in obese
subjects [30,31]. In this study, mRNA levels of IRS-1 and GLUT4 were both significantly increased in
muscle of OXY treated group (OXY2) compared to the HF group, suggesting that OXY supplementation
might increase glucose uptake and disposal in muscle through ameliorating insulin resistance by
stimulating IRS-1 and GLUT4 expression.

The decreased mRNA expression of hepatic G6Pase in the OXY supplemented groups might also
due to the ameliorated hyperglycemia. G6Pase is a multifunctional enzyme capable of hydrolyzing
glucose-6-phosphate, and producing free glucose, which is released from liver to blood [32].
The downregulation of G6Pase in OXY supplemented groups might result in the reduced production
of hepatic glucose, thus lowering the release of glucose into the bloodstream. The above results
demonstrated that hyperglycemia induced by high-fat diet in mice could be effectively alleviated by
OXY supplementation, presumably attributed to OXY’s ameliorative effect in insulin resistance by
elevating glucose uptake into peripheral tissues and depressing hepatic glycogenolysis.

During obesity development, the defective hepatic metabolism as well as the excessive adiposity
lead to an increase in plasma free fatty acids level [24]. In this study, serum triglyceride, cholesterol,
and NEFA levels, as well as hepatic triglyceride and cholesterol levels were significantly lowered in
OXY supplemented group (OXY2) compared to the HF group. In liver, the protein expressions of
SREBP-1 and FAS were both diminished in OXY supplemented groups than those of the HF group.
SREBP-1, a member of the basic helix-loop-helix leucine zipper family, regulates triglyceride synthesis
through mediating the transcription and expression of lipogenic proteins, such as FAS, which is
a multi-functional enzyme mainly involved in catalyzing the synthesis of long chain fatty acids [33,34].
OXY supplementation might reduce fat content in liver through the SREBP-1 pathway by suppressing
SREBP-1 expression and, hence diminishing FAS activity to lower fatty acid and triglyceride synthesis
and storage.

Meanwhile, the hepatic expression of C/EBP« protein was suppressed in OXY supplemented
groups compared to the HF group. C/EBPs are members of the basic leucine zipper family of
transcriptional factors and mainly function by directing the adipose-specific gene expression during
adipocyte transition process [35,36]. C/EBP« is primarily expressed in hepatocytes and adipocytes
and has been well documented to involve in energy homeostasis [37,38]. The deficiency of hepatic
C/EBP« could decrease body lipid level by diminishing the induction of lipogenic genes to reduce
hepatic TG and cholesterol concentration [38]. Therefore, apart from the SREBP-1 pathway, OXY may
also restrict hepatic lipid synthesis through the downregulation of hepatic C/EBPa.

Also, hepatic AMPK«2 expression was elevated in OXY supplemented groups. AMPK is an energy
sensing enzyme that plays a vital role in regulating metabolic homeostasis through mediating
mitochondrial biogenesis in response to energy deprivation [39]. AMPKw is a subunit of AMPK
with two isoforms—namely, AMPK«1 and AMPK«?2 [31]. AMPK«l is widely expressed, whereas
AMPK«2 is the dominant catalytic form of AMPK in the liver, muscle, and hypothalamus and essential
for the modulation of metabolic homeostasis and insulin sensitivity [40]. In liver, AMPK is capable
of suppressing hepatic glucose, free fatty acid, TG, and cholesterol synthesis by inactivating specific
gene and protein expressions in gluconeogenesis and lipogenesis [31]. In this study, the increased
hepatic AMPK«2 expression thus may be a result of the reduced hepatic glucose and lipids synthesis.
Therefore, OXY may ameliorate hepatic fat accumulation mainly through mediating the expression of
adipogenic gene/proteins (SREBP-1, FAS, C/EBP«, and AMPK«x2). The alleviated hepatic metabolism
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together with the reduced adiposity in OXY supplemented groups may work collaboratively to regulate
lipid profile in serum.

In the OXY supplemented group (OXY2), muscle mRNA expressions of AMPK«, PGC-1«, and
SIRT1 were all upregulated compared to the HF group. PGC-1«, a metabolic co-activator, functions in
stimulating mitochondrial biogenesis and respiration through interacting with transcription factors [41].
It controls fiber-type switching and the expression of various genes involved in lipid oxidation and
mitochondrial metabolism [42]. AMPK can activate PGC-1a by direct phosphorylation, enhancing
its transcriptional activity [39]. Meanwhile, AMPK needs PGC-1x to regulate the expression of
several important genes involved in mitochondrial and glucose metabolism [42]. SIRT1, which is
well documented for its beneficial effect in life span extension, can also interact with PGC-1x in muscle
directly by deacetylation, promoting mitochondrial activity, thus improving exercise performance
and thermogenic activity [42,43]. In muscle, AMPK and SIRT1 work cooperatively to mediate energy
metabolism, and AMPK could enhance SIRT1 activity through upregulating cellular nicotinamide
adenine dinucleotide level, leading to the deacetylation and regulation of the activity of downstream
SIRT1 targets [39]. A recent in vivo study indicated that AMPK, PGC-1«, and SIRT1 act as an energy
sensing network to promote metabolic fitness, suggesting that OXY supplementation might benefit
metabolic homeostasis through stimulating the expression of AMPK, PGC-1«, and SIRT1 in muscle
to advance their network [42]. However, further studies are needed to verify their connections and
effects on obesity development.

5. Conclusions

OXY supplementation remarkably induced suppression on body weight (up to 26%), organ
weight of liver (up to 28%), and visceral fat (up to 51%). It restored serum level of glucose and insulin,
which was presumably through increasing intracellular glucose uptake in muscle and adipose tissue by
upregulating expression of key glucose transportation genes (GLUT4/IRS1) in these tissues, as well as
repressing free glucose production in liver by suppressing hepatic G6Pase expression. Meanwhile, lipid
profile of serum and liver was significantly ameliorated in OXY supplemented high-fat diet-fed groups,
which was presumably through mediating expression of major adipogenic genes/proteins (SREBP-1,
FAS, C/EBPa, AMPK«?2) in liver. Also, OXY might promote metabolic fitness in high-fat diet-fed mice
by elevating the expressions of AMPK«, PGC-1«, and SIRT1 in muscle. To our knowledge, this is
the first study providing in vivo evidence for OXY’s anti-obesity property. Further research in other
animal models or in humans should be considered to verify OXY’s effect in counteracting obesity.

Acknowledgments: This research was supported by the University of Hong Kong. Wai Hung Sit is acknowledged
for providing technical help. Ka Ho Ling, Yizhen Wu, and Juanying Ou are acknowledged for providing help in
mice tissue collection.

Author Contributions: H.Y.T.,, LM.Y.T., ET.S.L. and M.W. have designed the study; H.Y.T. and IM.Y.T. have
conducted the study; H.Y.T. and E.T.S.L. have analyzed the data; H.Y.T. and M.W. have written the manuscript.
E.T.S.L. and M.W. have reviewed the manuscript. All authors read and approved the final manuscript.

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

References

1. World Health Organization. Obesity and Overweight, Fact Sheet n°311. Available online: http://www.who.
int/mediacentre/factsheets/fs311/en/ (accessed on 25 October 2016).

2. Heo, M.; Allison, D.B.; Faith, M.S.; Zhu, S.; Fontaine, K.R. Obesity and quality of life: Mediating effects of
pain and comorbidities. Obes. Res. 2003, 11, 209-216. [CrossRef] [PubMed]

3. Must, A.; Spadano, J.; Coakley, E.H.; Field, A.E.; Colditz, G.; Dietz, W.H. The disease burden associated with
overweight and obesity. JAMA 1999, 282, 1523-1529. [CrossRef] [PubMed]

4. World Health Organization. Obesity: Preventing and Managing the Global Epidemic—Report of a WTO
Consultation; World Health Organization: Geneva, Switzerland, 2000.


http://www.who.int/mediacentre/factsheets/fs311/en/
http://www.who.int/mediacentre/factsheets/fs311/en/
http://dx.doi.org/10.1038/oby.2003.33
http://www.ncbi.nlm.nih.gov/pubmed/12582216
http://dx.doi.org/10.1001/jama.282.16.1523
http://www.ncbi.nlm.nih.gov/pubmed/10546691

Nutrients 2017, 9, 147 12 of 13

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Szkudelska, K.; Szkudelski, T. Resveratrol, obesity and diabetes. Eur. . Pharmacol. 2010, 635, 1-8. [CrossRef]
[PubMed]

Galindo, I.; Herndez, B.; Bern4, J.; Fenoll, ].; Cenis, J.L.; Escribano, ].M.; Alonso, C. Comparative inhibitory
activity of the stilbenes resveratrol and oxyresveratrol on African swine fever virus replication. Antivir. Res.
2011, 91, 57-63. [CrossRef] [PubMed]

Lorenz, P; Roychowdhury, S.; Engelmann, M.; Wolf, G.; Horn, TEW. Oxyresveratrol and resveratrol are
potent antioxidants and free radical scavengers: Effect on nitrosative and oxidative stress derived from
microglial cells. Nitric Oxide 2003, 9, 64-76. [CrossRef] [PubMed]

Deng, H.; He, X.; Xu, Y.; Hu, X. Oxyresveratrol from mulberry as a dihydrate. Acta Crystallogr. Sect. E.-Struct
Rep. Online 2012, 68, 01318-01319. [CrossRef] [PubMed]

Chung, K.O.; Kim, B.Y,; Lee, M.H.; Kim, Y.R.; Chung, H.Y.; Park, ].H.; Moon, J.O. In-vitro and in-vivo
anti-inflammatory effect of oxyresveratrol from morus alba 1. J. Pharm. Pharmacol. 2003, 55, 1695-1700.
[CrossRef] [PubMed]

Aftab, N.; Likhitwitayawuid, K.; Vieira, A. Comparative antioxidant activities and synergism of resveratrol
and oxyresveratrol. Nat. Prod. Res. 2010, 24, 1726-1733. [CrossRef] [PubMed]

Likhitwitayawuid, K.; Sritularak, B.; Benchanak, K.; Lipipun, V.; Mathew, J.; Schinazi, R.F. Phenolics with
antiviral activity from millettia erythrocalyx and artocarpus lakoocha. Nat. Prod. Res. 2005, 19, 177-182.
[CrossRef] [PubMed]

Chuanasa, T.; Phromjai, J.; Lipipun, V.; Likhitwitayawuid, K.; Suzuki, M.; Pramyothin, P.; Hattori, M.;
Shiraki, K. Anti-herpes simplex virus (HSV-1) activity of oxyresveratrol derived from thai medicinal plant:
Mechanism of action and therapeutic efficacy on cutaneous HSV-1 infection in mice. Antivir. Res. 2008, 80,
62-70. [CrossRef] [PubMed]

Chao, J.; Yu, M.S.; Ho, Y.S.; Wang, M.; Chang, R.C.C. Dietary oxyresveratrol prevents parkinsonian mimetic
6-hydroxydopamine neurotoxicity. Free Radic. Biol. Med. 2008, 45, 1019-1026. [CrossRef] [PubMed]
Andrabi, S.A.; Spina, M.G.; Lorenz, P; Ebmeyer, U.; Wolf, G.; Horn, TEW. Oxyresveratrol (trans-2,3/,
4,5'-tetrahydroxystilbene) is neuroprotective and inhibits the apoptotic cell death in transient cerebral
ischemia. Brain Res. 2004, 1017, 98-107. [CrossRef] [PubMed]

Shin, N.H.; Ryu, S.Y.; Choi, E.J.; Kang, S.H.; Chang, I.L.M.; Min, K.R.; Kim, Y. Oxyresveratrol as the potent
inhibitor on dopa oxidase activity of mushroom tyrosinase. Biochem. Biophys. Res. Commun. 1998, 243,
801-803. [CrossRef] [PubMed]

Li, H.; Cheng, K.-W.; Cho, C.-H.; He, Z.; Wang, M. Oxyresveratrol as an antibrowning agent for cloudy apple
juices and fresh-cut apples. J. Agric. Food Chem. 2007, 55, 2604-2610. [CrossRef] [PubMed]

Tan, H.-Y,; Iris, M.Y,; Li, E.T.S.; Wang, M. Inhibitory effects of oxyresveratrol and cyanomaclurin on
adipogenesis of 3T3-L1 cells. J. Funct. Foods 2015, 15, 207-216. [CrossRef]

Reeves, P.G.; Nielsen, EH.; Fahey, G.C, Jr. AIN-93 purified diets for laboratory rodents: Final report of the
american institute of nutrition ad hoc writing committee on the reformulation of the AIN-76A rodent diet.
J. Nutr. 1993, 123, 1939-1951. [PubMed]

Patarrao, R.S.; Lautt, W.W.; Macedo, M.P. Assessment of methods and indexes of insulin sensitivity. Rev.
Port. Endocrinol. Diabetes Metab. 2014, 9, 65-73. [CrossRef]

Fraulob, J.C.; Ogg-Diamantino, R.; Fernandes-Santos, C.; Aguila, M.B.; Mandarim-de-Lacerda, C.A. A mouse
model of metabolic syndrome: Insulin resistance, fatty liver and non-alcoholic fatty pancreas disease
(NAFPD) in C57BL/6 mice fed a high fat diet. J. Clin. Biochem. Nutr. 2010, 46, 212. [CrossRef] [PubMed]

Li, S.; Iris, M.Y,; Li, E.T.S. Maternal green tea extract supplementation to rats fed a high-fat diet ameliorates
insulin resistance in adult male offspring. J. Nutr. Biochem. 2012, 23, 1655-1660. [CrossRef] [PubMed]

Lin, P-Y,; Romsos, D.R.; Vander Tuig, ].G.; Leveille, G.A. Maintenance energy requirements, energy retention
and heat production of young obese (ob/ob) and lean mice fed a high-fat or a high-carbohydrate diet. J. Nutr.
1979, 109, 1143-1153. [PubMed]

Spiegelman, B.M.; Hlier, J.S. Obesity and the regulation of energy balance. Cell 2001, 104, 531-543. [CrossRef]
Kahn, B.B.; Flier, ].S. Obesity and insulin resistance. J. Clin. Investig. 2000, 106, 473. [CrossRef] [PubMed]
Kahn, S.E.; Hull, R.L.; Utzschneider, KM. Mechanisms linking obesity to insulin resistance and type 2
diabetes. Nature 2006, 444, 840-846. [CrossRef] [PubMed]

Pan, H.; Guo, J.; Su, Z. Advances in understanding the interrelations between leptin resistance and obesity.
Physiol. Behav. 2014, 130, 157-169. [CrossRef] [PubMed]


http://dx.doi.org/10.1016/j.ejphar.2010.02.054
http://www.ncbi.nlm.nih.gov/pubmed/20303945
http://dx.doi.org/10.1016/j.antiviral.2011.04.013
http://www.ncbi.nlm.nih.gov/pubmed/21557969
http://dx.doi.org/10.1016/j.niox.2003.09.005
http://www.ncbi.nlm.nih.gov/pubmed/14623172
http://dx.doi.org/10.1107/S1600536812014018
http://www.ncbi.nlm.nih.gov/pubmed/22590220
http://dx.doi.org/10.1211/0022357022313
http://www.ncbi.nlm.nih.gov/pubmed/14738598
http://dx.doi.org/10.1080/14786410902990797
http://www.ncbi.nlm.nih.gov/pubmed/20981613
http://dx.doi.org/10.1080/14786410410001704813
http://www.ncbi.nlm.nih.gov/pubmed/15715263
http://dx.doi.org/10.1016/j.antiviral.2008.05.002
http://www.ncbi.nlm.nih.gov/pubmed/18565600
http://dx.doi.org/10.1016/j.freeradbiomed.2008.07.002
http://www.ncbi.nlm.nih.gov/pubmed/18675900
http://dx.doi.org/10.1016/j.brainres.2004.05.038
http://www.ncbi.nlm.nih.gov/pubmed/15261105
http://dx.doi.org/10.1006/bbrc.1998.8169
http://www.ncbi.nlm.nih.gov/pubmed/9500997
http://dx.doi.org/10.1021/jf0630466
http://www.ncbi.nlm.nih.gov/pubmed/17335224
http://dx.doi.org/10.1016/j.jff.2015.03.026
http://www.ncbi.nlm.nih.gov/pubmed/8229312
http://dx.doi.org/10.1016/j.rpedm.2013.10.004
http://dx.doi.org/10.3164/jcbn.09-83
http://www.ncbi.nlm.nih.gov/pubmed/20490316
http://dx.doi.org/10.1016/j.jnutbio.2011.11.008
http://www.ncbi.nlm.nih.gov/pubmed/22464150
http://www.ncbi.nlm.nih.gov/pubmed/448459
http://dx.doi.org/10.1016/S0092-8674(01)00240-9
http://dx.doi.org/10.1172/JCI10842
http://www.ncbi.nlm.nih.gov/pubmed/10953022
http://dx.doi.org/10.1038/nature05482
http://www.ncbi.nlm.nih.gov/pubmed/17167471
http://dx.doi.org/10.1016/j.physbeh.2014.04.003
http://www.ncbi.nlm.nih.gov/pubmed/24726399

Nutrients 2017, 9, 147 13 of 13

27.
28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Wilcox, G. Insulin and insulin resistance. Clin. Biochem. Rev. 2005, 26, 19. [PubMed]

Epstein, FH.; Shepherd, PR.; Kahn, B.B. Glucose transporters and insulin action—Implications for insulin
resistance and diabetes mellitus. N. Engl. . Med. 1999, 341, 248-257. [CrossRef] [PubMed]

Gual, P; Le Marchand-Brustel, Y.; Tanti, ].-F. Positive and negative regulation of insulin signaling through
IRS-1 phosphorylation. Biochimie 2005, 87, 99-109. [CrossRef] [PubMed]

Bjornholm, M.; Kawano, Y.; Lehtihet, M.; Zierath, ]J.R. Insulin receptor substrate-1 phosphorylation and
phosphatidylinositol 3-kinase activity in skeletal muscle from niddm subjects after in vivo insulin stimulation.
Diabetes 1997, 46, 524-527. [CrossRef] [PubMed]

Misra, P.; Chakrabarti, R. The role of AMP kinase in diabetes. Indian |. Med. Res. 2007, 125, 389-398.
[PubMed]

Nordlie, R.C.; Jorgenson, R.A. Glucose-6-phosphatase. In The Enzymes of Bioligical Membranes, 1st ed.;
Martonosi, A.N., Ed.; Springer: New York, NY, USA, 1976; Volume 2, pp. 465-491.

Alberts, AW.; Strauss, A.W.; Hennessy, S.; Vagelos, P.R. Regulation of synthesis of hepatic fatty acid
synthetase: Binding of fatty acid synthetase antibodies to polysomes. Proc. Natl. Acad. Sci. USA 1975, 72,
3956-3960. [CrossRef] [PubMed]

Sekiya, M.; Yahagi, N.; Matsuzaka, T.; Najima, Y.; Nakakuki, M.; Nagai, R.; Ishibashi, S.; Osuga, J.I;
Yamada, N.; Shimano, H. Polyunsaturated fatty acids ameliorate hepatic steatosis in obese mice by SREBP-1
suppression. Hepatology 2003, 38, 1529-1539. [CrossRef] [PubMed]

Darlington, G.J.; Ross, S.E.; MacDougald, O.A. The role of C/EBP genes in adipocyte differentiation.
J. Biol. Chem. 1998, 273, 30057-30060. [CrossRef] [PubMed]

Gregoire, EM.; Smas, C.M.; Sul, H.S. Understanding adipocyte differentiation. Physiol. Rev. 1998, 78, 783-809.
[PubMed]

Flodby, P.; Barlow, C.; Kylefjord, H.; Ahrlund-Richter, L.; Xanthopoulos, K.G. Increased hepatic cell
proliferation and lung abnormalities in mice deficient in ccaat/enhancer binding protein «. J. Biol. Chem.
1996, 271, 24753-24760. [CrossRef] [PubMed]

Matsusue, K.; Gavrilova, O.; Lambert, G.; Brewer, H.B., Jr.; Ward, ].M.; Inoue, Y.; LeRoith, D.; Gonzalez, EJ.
Hepatic CCAAT/enhancer binding protein « mediates induction of lipogenesis and regulation of glucose
homeostasis in leptin-deficient mice. Mol. Endocrinol. 2004, 18, 2751-2764. [CrossRef] [PubMed]

Canté, C.; Gerhart-Hines, Z.; Feige, ].N.; Lagouge, M.; Noriega, L.; Milne, ].C.; Elliott, PJ.; Puigserver, P.;
Auwerx, ]. AMPK regulates energy expenditure by modulating NAD+ metabolism and SIRT1 activity. Nature
2009, 458, 1056-1060. [CrossRef] [PubMed]

Zhang, W.; Zhang, X.; Wang, H.; Guo, X.; Li, H.; Wang, Y,; Xu, X.; Tan, L.; Mashek, M.T.; Zhang, C.
AMP-activated protein kinase a1 protects against diet-induced insulin resistance and obesity. Diabetes 2012,
61,3114-3125. [PubMed]

Gerhart-Hines, Z.; Rodgers, ].T.; Bare, O.; Lerin, C.; Kim, S.H.; Mostoslavsky, R.; Alt, EW.; Wu, Z,;
Puigserver, P. Metabolic control of muscle mitochondrial function and fatty acid oxidation through
SIRT1/PGC-1x. EMBO J. 2007, 26, 1913-1923. [CrossRef] [PubMed]

Canté, C.; Auwerx, J. PGC-lalpha, SIRT1 and AMPK, an energy sensing network that controls energy
expenditure. Curr. Opin. Lipidol. 2009, 20, 98. [CrossRef] [PubMed]

Rodgers, ].T.; Lerin, C.; Haas, W.; Gygi, S.P,; Spiegelman, B.M.; Puigserver, P. Nutrient control of glucose
homeostasis through a complex of PGC-1a and SIRT1. Nature 2005, 434, 113-118. [CrossRef] [PubMed]

@ © 2017 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses /by /4.0/).


http://www.ncbi.nlm.nih.gov/pubmed/16278749
http://dx.doi.org/10.1056/NEJM199907223410406
http://www.ncbi.nlm.nih.gov/pubmed/10413738
http://dx.doi.org/10.1016/j.biochi.2004.10.019
http://www.ncbi.nlm.nih.gov/pubmed/15733744
http://dx.doi.org/10.2337/diab.46.3.524
http://www.ncbi.nlm.nih.gov/pubmed/9032113
http://www.ncbi.nlm.nih.gov/pubmed/17496363
http://dx.doi.org/10.1073/pnas.72.10.3956
http://www.ncbi.nlm.nih.gov/pubmed/1060077
http://dx.doi.org/10.1016/j.hep.2003.09.028
http://www.ncbi.nlm.nih.gov/pubmed/14647064
http://dx.doi.org/10.1074/jbc.273.46.30057
http://www.ncbi.nlm.nih.gov/pubmed/9804754
http://www.ncbi.nlm.nih.gov/pubmed/9674695
http://dx.doi.org/10.1074/jbc.271.40.24753
http://www.ncbi.nlm.nih.gov/pubmed/8798745
http://dx.doi.org/10.1210/me.2004-0213
http://www.ncbi.nlm.nih.gov/pubmed/15319454
http://dx.doi.org/10.1038/nature07813
http://www.ncbi.nlm.nih.gov/pubmed/19262508
http://www.ncbi.nlm.nih.gov/pubmed/22829451
http://dx.doi.org/10.1038/sj.emboj.7601633
http://www.ncbi.nlm.nih.gov/pubmed/17347648
http://dx.doi.org/10.1097/MOL.0b013e328328d0a4
http://www.ncbi.nlm.nih.gov/pubmed/19276888
http://dx.doi.org/10.1038/nature03354
http://www.ncbi.nlm.nih.gov/pubmed/15744310
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Oxyresveratrol and Experimental Diets 
	Experimental Design 
	Measurement of Biochemical Parameters 
	Total RNA Isolation and Real-Time Reverse Transcriptase Polymerase Chain Reaction (PT-PCR) Analysis 
	Protein Extraction and Western Blotting Analysis 
	Statistical Analysis 

	Results 
	Effects of Oxyresveratrol on Body Weight, Energy Intake, Energy Efficiency, and Tissue Weights 
	Effects of Oxyresveratrol on Serum Concentration of Glucose and Insulin 
	Effects of Oxyresveratrol on Lipid Profiles in Serum and Liver 
	Effects of Oxyresveratrol on mRNA Expression of Liver, Visceral Fat, and Gastrocnemius Muscle 
	Effects of Oxyresveratrol on Hepatic Protein Expression 

	Discussion 
	Conclusions 

