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Abstract: Background: This study aimed at assessing the effect of a low-fat diet (LFD) in obese mice
lacking toll–like receptors (Tlr) and understanding the expression and regulation of microRNAs
during weight reduction. Methods: C57BL/6, Tlr5−/−, Tlr2−/− and Tlr4−/− mice were used in this
study. A group of mice were fed with a high-fat diet (HFD) (58% kcal) for 12 weeks to induce obesity
(diet-induced obesity, DIO). Another group that had been fed with HFD for eight weeks (obese mice)
were switched to a low-fat diet (LFD) (10.5% kcal) for the next four weeks to reduce their body
weight. The control mice were fed with a standard AIN-76A diet for the entire 12 weeks. The body
weight of the mice was measured weekly. At the end of the experiment, epididymal fat weight and
adipocyte size were measured. The differentially expressed miRNAs in the fat tissue was determined
by next-generation sequencing with real-time quantitative reverse transcription polymerase chain
reaction (RT–qPCR). Target prediction and functional annotation of miRNAs were performed using
miRSystem database. Results: Switching to LFD significantly reduced the body weight and epididymal
fat mass in the HFD-fed C57BL/6 and Tlr5−/− mice but not in Tlr2−/− and Tlr4−/− mice. Weight
reduction significantly decreased the size of adipocytes in C57BL/6 but not in the Tlr knockout mice.
In Tlr2−/− and Tlr4−/− mice, feeding with HFD and the subsequent weight reduction resulted in an
aberrant miRNA expression in the epididymal fat tissue unlike in C57BL/6 and Tlr5−/−. However,
target prediction and functional annotation by miRSystem database revealed that all the top 10 Kyoto
Encyclopedia of Genes and Genomes (KEGG) database pathways of the dysregulated miRNAs during
weight reduction in the C57BL/6 mice were also found in the regulated pathways of Tlr5−/−, Tlr2−/−,
and Tlr4−/− strains. However, among these pathways, gene sets involved in arginine and proline
metabolism and glutathione metabolism were mainly involved in the Tlr knockout mice but not in the
C57BL/6 mice. Conclusions: In this study, we demonstrated that feeding of LFD leads to significant
body weight reduction in C57BL/6 and Tlr5−/− mice, but not in Tlr2−/− and Tlr4−/− mice. Significant
reduction in the size of adipocytes of epididymal fat was only found in C57BL/6, but not in Tlr5−/−,
Tlr2−/−, and Tlr4−/− mice. The dysregulated miRNAs in Tlr2−/− and Tlr4−/− mice were different
from those in C57BL/6 and Tlr5−/− strains. Among those miRNA-regulated pathways, arginine and
proline metabolism as well as glutathione metabolism may have important roles in the Tlr knockout
mice rather than in C57BL/6 mice.
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1. Introduction

Obesity is now generally recognized as a disease associated with chronic inflammation response [1–3].
Uptake of a high-fat diet leads to the synthesis and release of adipokines and proinflammatory
cytokines in the adipose tissue [1]. In addition, the increased adiposity propagates the synthesis of
pro-inflammatory cytokines and presents a negative impact on the liver [4], muscle [5], and bone [5,6].
These associated inflammatory responses were demonstrated as important mechanisms mediating
insulin resistance and hepatic steatosis [7,8]. There is convincing evidence that these pathways are
related to the activation of toll-like receptors (Tlrs) [3,9,10], which are pattern-recognition receptors
that detect microbial components to provide the first line of host defense against infections [11–13].
Upon stimulation, the Tlrs recruit the interleukin-1 receptor (IL1R1)-associated protein kinases that are
linked with downstream nuclear factor –kappa B (NF-κB) activation and upregulated expression of
cytokines and chemokines via MyD88-dependent and -independent cascades [11–14]. The extent of
the obesity-induced upregulation of most Tlr genes and related proinflammatory signaling cascades
is much greater in the epididymal adipose tissues than in the subcutaneous fat tissues of mice with
diet-induced obesity (DIO) [14].

The obesity induced by a high-fat diet is associated with an increased expression of Tlr1–9 and
Tlr11–13 in the adipose tissues [14]. Mice fed with a high-fat diet (HFD) have an elevated level of free
fatty acids (FFAs), which further activates the expression of Tlr2 [15–17], Tlr4 [15,17–20], and Tlr5 [21].
Increased levels of circulating FFAs also lead to macrophage activation through Tlrs resulting in the
production of downstream proinflammatory cytokines [22]. A HFD enriched with saturated fatty acids
facilitates inflammatory response and affects insulin sensitivity [23,24]. Studies have confirmed that
non-functional Tlr2 [25–27] and Tlr4 [28–32] improved insulin sensitivity and lowered inflammation
in DIO. Furthermore, the deletion of interleukin 1 receptor-associated kinase 1 gene (Irak1) improves
glucose tolerance primarily by increasing insulin sensitivity in mice put under a HFD [33].

MicroRNAs (miRNAs) are highly conserved small non-coding RNA molecules involved in
post-transcriptional regulation of protein levels [34]. miRNAs play important roles in the regulation of
the innate immune system [35–37]. They play a pivotal role in regulating the adipocyte differentiation
as well as in the development of obesity and associated fat metabolism [38,39]. Aberrant expression
of miRNAs has been observed in adipose tissues in HFD-induced obese mice [40]. For example,
increased miR-143 in the mesenteric fat tissue of HFD-fed mice was found to be involved in the
pathophysiology of obesity and contributed to the regulation of gene expression in adipocytes [41,42].
Ectopic expression of miR-103 in pre-adipocytes has been demonstrated to accelerate adipogenesis [41].
Deregulation of miR-33 and miR-122, the major regulators of lipid metabolism in liver, has been
related to obesity and metabolic syndrome [43]. MiR-34a inhibits brown fat formation in obesity [44];
the miR-34a knockout mice are more susceptible to DIO [45]. The experiment with an adipocyte-specific
knockout of miR-200b/a/429 cluster demonstrated the essential role of the gene cluster in the regulation
of metabolic changes induced by HFD in the whole body. [46]. In contrast, an inactive miR-155 prevents
DIO and increases adipogenesis and insulin sensitivity, while limiting inflammation in the adipose
tissue [47]. Ablation of miR-155 also leads to decreased atherosclerosis, increased non-alcoholic fatty
liver disease and accumulation of white adipose tissue [48]. The gene miR-378 is one of the pivot
regulatory factors in controlling the expansion of brown adipose tissue [49]. The knockout of miR-378
and miR-378* in mice resulted in enhanced mitochondrial fatty acid metabolism, elevated oxidative
capacity of the target tissues of insulin, and increased resistance to HFD-induced obesity [50].

To treat DIO and its related metabolic disorders, decreasing the intake and increasing the
expenditure of energy have been commonly recommended [51]. Calorie restriction is effective in
decreasing both body weight and body fat percentage [52]. Switching from HFD to low-fat diet
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(LFD) can effectively reduce body weight and improve insulin sensitivity [53]. Evidence collected
from these inbred mouse strains suggests that the detrimental effects of HFD in metabolism are
strain-dependent [54,55]. However, currently there is little information on the effect of LFD on obese
mice with inactive Tlr and on the expression and regulation of miRNAs during the process of weight
reduction. In this study, we aimed to investigate the effect of LFD on Tlr5, Tlr2, and Tlr4 knockout
mice with DIO compared to the standard C57BL/6 mice with DIO.

2. Materials and Methods

2.1. Animal Experiments

Eight-week-old male mice weighing 20–25g were used in the study. C57BL/6 mice were purchased
from BioLasco (Taipei, Taiwan). Tlr gene knockout mice-Tlr5−/− (B6.129S1-Tlr5tm1Flv/J), Tlr2−/−

(B6.129-Tlr2tm1Kir/J), Tlr4−/− (C57BL/10ScNJ) were purchased from Jackson Laboratory (Bar Harbor,
ME, USA). All these Tlr-knockout mice have a C57BL/6 genetic background and the C57BL/6 mice
are suggested to be the most appropriate controls by Jackson Laboratory. The animal experiment was
performed after the protocols were approved by the Institutional Animal Care and Use Committee
(IACUC) of Kaohsiung Chang Gung Memorial Hospital. AIN-76A is a standard reference diet that
is formulated by a committee of the American Institute of Nutrition for rodents throughout the
biomedical research community [56]. The C57BL/6 mouse will develop obesity and diabetes if raised
on a high-fat diet, and this obesity could be completely reversed by reducing dietary fat [57–59].
In this study, 24 mice of each strain were randomly assigned to three subgroups (n = 8) as follows:
(1) the control in which mice were fed ad libitum the standard diet, AIN-76A (with 11.5% kcal fat)
for 12 weeks, (2) the DIO in which mice were induced obesity by feeding ad libitum a HFD with
58% kcal fat (D12331; Research Diets Inc., New Brunswick, NJ, USA) for 12 weeks, and (3) the diet
in which mice were induced obesity by feeding ad libitum the same HFD (D12331) for eight weeks
and thereafter fed a LFD with 10.5% kcal fat (D12329; Research Diets Inc., New Brunswick, NJ, USA)
for four weeks to lose weight. Weight was recorded weekly. At the twelfth week of the experiment,
the mice were euthanized, and the epididymal fat pads of each mouse was immediately dissected,
weighed, and frozen in liquid nitrogen and stored at −80 ◦C prior to further analysis. The study was
conducted in accordance with the Declaration of Helsinki, and the protocol was approved by the Ethics
Committee of Chang Gung Memorial Hospital Center for Laboratory Animals. (Project identification
code 2012091002). The housing and feeding of the mice were carried out in a specific pathogen free
(SPF) facility accredited by the Association for Assessment and Accreditation of Laboratory Animal
Care (AAALAC) and in accordance with the national and institutional guidelines.

2.2. Histological Examination

Three 5 µm-thick sections, 50 µm apart, were taken from the same paraffin-embedded fat
specimen obtained from each mouse. The sections were stained with hematoxylin and eosin (H&E).
The microscopic fields at 200× magnification for each section were photographed and 100 adipose
cells in the central field were randomly selected to measure the adipocyte size using Image-Pro Plus
image analysis software version 6.0 (Carl Zeiss, Oberkochen, Germany). The size of adipocytes was
expressed in terms of square micrometers.

2.3. Deep Sequencing of Small RNA

Total RNA was extracted from epididymal fat pads using the mirVana™ miRNA isolation
kit (Life Technologies, Grand Island, NY, USA). The purified RNA yield was determined by the
absorbance at 260 nm with an SSP-3000 Nanodrop spectrophotometer (Infinigen Biotechnology,
Inc., City of Industry, CA, USA), and the quality was evaluated using Bioanalyzer 2100 (Agilent
Technologies, Santa Clara, CA, USA). The small RNA samples were sent to Genomics Biotech Co., Ltd.
(Genomics, Taiwan) for small RNA cloning and sequencing. The population of miRNAs with a length
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of 15–30 nucleotides was passively eluted from polyacrylamide gels. The RNA was then precipitated
with ethanol (TCI, Taipei, Taiwan) and dissolved in water. Linkers were ligated to the small RNAs and
bar-coded cDNAs were prepared using a TruSeq Small RNA Sample Prep Kit (Illumina, San Diego,
CA, USA) following the manufacturer’s instructions. Subsequently, adapters were ligated to the
end-repaired cDNA fragments using T4 DNA ligase (New England BioLabs, Ipswich, MA, USA)
at room temperature for 15 min. Adapter-ligated RNA was reverse-transcribed with SuperScript II
Reverse Transcriptase (Invitrogen, Carlsbad, CA, USA), amplified using polymerase chain reaction
(PCR), and purified to make a cDNA library with cDNAs approximately 200 bp in size. For each
subgroup, the bar-coded PCR products from four mice were pooled to get a quantity more than 2 µg.
A total of 12 samples were sent for sequencing using Illumina HiSeq2000 Sequencer (Illumina) with
50 bp single-end read sequencing cycles. The generated next generation sequencing (NGS) data of
each sample were analyzed with miRSeq reagent kit v3 (Illumina) [60] with default parameters to
quantify the expression of Mus musculus miRNAs using miRBase v.21.0 (Illumina).

2.4. Determination of Differentially Expressed miRNA

We employed real-time quantitative reverse transcription polymerase chain reaction (RT–qPCR) to
determine the expression profiles of sixteen miRNAs selected from NGS analysis. Out of these miRNAs,
those which fit the following criteria were considered: (1) there are >500 sequence reads of the miRNA
in at least one of the 12 samples (from the three subgroups among the four mouse strains) as shown
by the NGS analysis, (2) the miRNA shows a fold change >2.0 or <0.5 with p < 0.05 (these miRNAs
were considered as differentially expressed in DIO or under diet in a mouse strain). Each RNA
sample was reverse transcribed to cDNA by using TaqMan® MicroRNA Reverse Transcription Kit
(Applied Biosystems, Foster City, CA, USA) according to the manufacturer’s instructions. For this,
the PCR products were mixed with the TaqMan Universal PCR Master Mix (No UNG, PN 4324018,
Applied Biosystems, Foster city, CA, USA) and specific miRNA primers from the TaqMan MicroRNA
Assays (Applied Biosystems), with the expression of U6 small nuclear RNA as an internal control.
The following TaqMan MicroRNA Assays were used in this study: mmu-miR-101b-3p, mmu-miR-103-3p,
mmu-miR-10a-5p, mmu-miR-122-5p, mmu-miR-140-3p, mmu-miR-145a-5p, mmu-miR-192-5p, mmu-miR-1a-3p,
mmu-miR-22-3p, mmu-miR-23a-3p, mmu-miR-30a-5p, mmu-miR-3107-5p, mmu-miR-34c-5p, mmu-miR-378a-3p,
mmu-miR-486-5p, and mmu-miR-92a-3p. Each sample for RT–qPCR was run in triplicate by a 7500 real-time
PCR system (Applied Biosystems). Expression of a miRNA in each subgroup under each strain was
considered differentially regulated if the mean value of all the samples (n = 6 for each subgroup) was
different from that of its control by more than two fold (p-value < 0.05). The induction was expressed
as fold change in miRNA expression relative to that in the C57BL/6 control.

2.5. Target Prediction and Functional Annotation of Differentially Expressed miRNA

To evaluate functions of differentially expressed miRNAs during dieting, target prediction and
functional annotation were performed using the miRSystem database, which is a web-based system
that integrates seven well-known miRNA target gene prediction programs: DIANA-microT web server
v5.0 (http://www.microrna.gr/webServer), miRanda, miRBridge, PicTar, PITA, rna22, and TargetScan
and two experimentally validated databases, TarBase and miRecords (http://mirsystem.cgm.ntu.
edu.tw/) [61]. The miRSystem can identify the biological functions/pathways regulated by miRNAs
based on the enriched functions of their target genes [61]. The analysis parameters in miRSystem
were set as following: (1) hit frequency = 5, (2) observed to expected (O/E) ratio = 2, (3) minimal
size of genes annotated by ontology term for testing >50, and (4) pathways matched should be from
Kyoto Encyclopedia of Genes and Genomes (KEGG) database [62]. The ratio of the values from the
experimental group to those from the control group for queried miRNAs were used to make a weighted
pathway ranking score to identify the enriched biological functions.

http://www.microrna.gr/webServer
http://mirsystem.cgm.ntu.edu.tw/
http://mirsystem.cgm.ntu.edu.tw/
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2.6. Statistical Analysis

All experimental data were expressed as the mean ± standard error of the mean. Using SPSS 22
(IBM, Armonk, NY, USA) software, intergroup comparison was performed using analysis of variance
(ANOVA) with a Bonferroni post hoc correction to identify significant differences in body weight,
weight of fat tissue, and adipocyte size. p-values < 0.05 were considered significant.

3. Results

3.1. Body Weight Reduction by Low-Fat Diet (LFD)

Compared to the regular chow, more body weight was gained by mice of all strains when fed
with the HFD. In week 12, the difference in body weight between the DIO and the control groups was
found to be 10.8 g in C57BL/6 mice (38.3 ± 2.0 vs. 27.5 ± 1.6 g, Figure 1A), 15.6 g in Tlr5−/− mice
(46.1 ± 1.6 vs. 30.5 ± 1.9 g, Figure 1B), 12.1 g in Tlr2−/− mice (40.0 ± 2.2 vs. 27.9 ± 2.4 g, Figure 1C),
and 9.7 g in Tlr4−/− mice (40.1 ± 1.9 vs. 30.4 ± 2.5 g, Figure 1D). The Tlr5−/− mice gained significantly
more weight than the mice of other strains when put under the HFD (p < 0.001). The feeding of LFD
significantly reduced the body weight of HFD-fed C57BL/6 and Tlr5−/− mice as observed in week
3 under LFD. After four weeks of feeding LFD, there was reduction in the body weight by 8.4 g in
C57BL/6 mice and 9.9 g in Tlr5−/− mice. In contrast, the feeding of LFD for four weeks did not result
in a significant body weight between the DIO and diet groups throughout the experiment in Tlr2−/−

and Tlr4−/− mice, albeit the body weight of the diet group of these strains was less than that in the
DIO group.
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3.2. Adiposity in Response to Body Weight Reduction

Compared to those fed with the regular chow, the mice of all strains fed with HFD for 12 weeks
showed an increase in the average epididymal fat mass, with average 1.6 g increase in C57BL/6,
2.4 g in Tlr5−/−, 1.7 g in Tlr2−/−, and 1.5 g in Tlr4−/− (Figure 2A). Feeding of LFD for four weeks
significantly decreased the epididymal fat mass in C57BL/6 and Tlr5−/− mice. However, switching
to LFD did not result in a significant reduction of epididymal fat mass in Tlr2−/− and Tlr4−/− mice.
Histological examination of the epididymal fat (Figure 2B) revealed that the adipocytes in DIO were
significantly larger than those in the control in all strains (Figure 2C). After switching to LFD for four
weeks, there was significant reduction in the size of adipocytes in C57BL/6, but not in the Tlr5−/−,
Tlr2−/−, and Tlr4−/− mice. Adipocyte hypertrophy was still found in the epididymal fat pads in all
the Tlr knockout mice.
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3.3. Expression of miRNAs in the Epididymal Fat

To profile the miRNAs expressed in the epididymal fat pads during DIO, 12 libraries generated
from pooling small RNAs were applied to NGS analysis. The number and proportions of the categories
of small RNAs found are given in the supplemental Table S1. After filtering the low-quality sequences,
empty adaptors and single-read sequences, the selected reads from these libraries mapped well to
the mice genome, amounting to 77.04% and 83.72% of the total reads, with miRNAs comprising
from 72.03% to 83.72% of the total reads. There were 147 differentially expressed, known miRNAs
disclosed by the NGS with >500 sequence reads, found in at least one of the samples. The clustering
of these dysregulated miRNAs revealed that the abundance of these miRNAs were widely varied
especially in the epididymal fat pads of Tlr2−/− and Tlr4−/− mice. However, the miRNAs found
dysregulated in Tlr2−/− and Tlr4−/− mice were different from those in C57BL/6 and Tlr5−/− strains
(Figure 3). Sixteen significantly dysregulated miRNAs revealed from different strains were further
analyzed by RT–qPCR. The results revealed that in the epididymal fat pads of C57BL/6 mice there was a
significantly reduced expression of miR-122-5p and miR-145a-5p after HFD feeding, and after four weeks
of feeding LFD, further significant downregulation of miR-145a-5p but upregulation of miR-10a-5p,
miR-122-5p, and miR-1a-3p, with around 3.3, 8.5 to 2.0-fold expression respectively resulted (Figure 4A).
In Tlr5−/− mice, there was only one dysregulated miRNA. Expression of miR-122-5p was significantly
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decreased after HFD feeding but increased under diet (Figure 4B); a similar pattern was found in all
strains-C57BL/6, Tlr5−/−, Tlr2−/− (Figure 4C), and Tlr4−/− (Figure 4D). In Tlr2−/− and Tlr4−/−

mice, the HFD feeding resulted in more dysregulated miRNAs in the epididymal fat pads. As shown
in Figure 4C, the feeding of Tlr2−/− mice with LFD for four weeks resulted in downregulation of
miR-10a-5p (0.4-fold), miR-1a-3p (0.5-fold), and miR-34c-5p (0.5-fold) but upregulation of miR-122-5p
(2.9-fold) and miR-378a-3p (2.4-fold). In addition, the feeding of Tlr4−/− mice (Figure 4D) with LFD
for four weeks resulted in the upregulation of miR-10a-5p (2.1-fold), miR-122-5p (3.7-fold), miR-145a-5p
(2.5-fold), miR-192a-5p (2.6-fold), miR-23a-3p (3.6-fold), and miR-378a-3p (2.3-fold).

Figure 3. Unsupervised clustering of the dysregulated miRNAs of C57BL/6 and Tlr knockout mice in
the control and DIO groups, obtained on the twelfth week.
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Table 1. The top 10 Kyoto Encyclopedia of Genes and Genomes (KEGG) pathways involved in weight
reduction in C57BL/6, Tlr5, Tlr2, Tlr4 mice.

Term Term ID Total Genes
of the Term

Union Targets
in the Term

Mirnas in
the Term Score

C57BL/6
T CELL RECEPTOR SIGNALING PATHWAY 4660 109 7 3 1.869

AXON GUIDANCE 4360 131 10 4 1.671
FOCAL ADHESION 4510 197 11 3 1.436

CELL ADHESION MOLECULES (CAMS) 4514 149 4 3 1.428
ENDOCYTOSIS 4144 219 12 4 1.416

REGULATION OF ACTIN CYTOSKELETON 4810 215 11 4 1.379
RENAL CELL CARCINOMA 5211 71 7 2 1.133

WNT SIGNALING PATHWAY 4310 153 9 4 1.065
VEGF SIGNALING PATHWAY 4370 76 4 3 0.998
ERBB SIGNALING PATHWAY 4012 87 5 3 0.941

TLR5-KO
T CELL RECEPTOR SIGNALING PATHWAY 4660 109 2 1 1.864

AXON GUIDANCE 4360 131 2 1 1.719
CELL ADHESION MOLECULES (CAMS) 4514 149 2 1 1.62

FOCAL ADHESION 4510 197 2 1 1.41
REGULATION OF ACTIN CYTOSKELETON 4810 215 2 1 1.346

ENDOCYTOSIS 4144 219 2 1 1.333
ARGININE AND PROLINE METABOLISM 330 53 1 1 1.087

GLUTATHIONE METABOLISM 480 54 1 1 1.079
GLYCOLYSIS GLUCONEOGENESIS 10 60 1 1 1.038

RENAL CELL CARCINOMA 5211 71 1 1 0.973

TLR2-KO
ARGININE AND PROLINE METABOLISM 330 53 2 2 1.171

GLUTATHIONE METABOLISM 480 54 2 2 1.164
T CELL RECEPTOR SIGNALING PATHWAY 4660 109 8 4 1.106

AXON GUIDANCE 4360 131 9 4 1.098
FOCAL ADHESION 4510 197 13 3 1.049

REGULATION OF ACTIN CYTOSKELETON 4810 215 14 4 1.018
ENDOCYTOSIS 4144 219 11 4 0.975

RENAL CELL CARCINOMA 5211 71 8 3 0.888
CELL ADHESION MOLECULES (CAMS) 4514 149 7 4 0.875

WNT SIGNALING PATHWAY 4310 153 10 4 0.749

TLR4-KO
ADHERENS JUNCTION 4520 74 12 4 2.242

ARGININE AND PROLINE METABOLISM 330 53 2 2 1.931
GLUTATHIONE METABOLISM 480 54 2 2 1.864

PATHWAYS IN CANCER 5200 323 21 4 1.808
WNT SIGNALING PATHWAY 4310 153 14 5 1.802

AXON GUIDANCE 4360 131 11 5 1.669
REGULATION OF ACTIN CYTOSKELETON 4810 215 15 5 1.504

PROSTATE CANCER 5215 89 10 3 1.363
FOCAL ADHESION 4510 197 12 4 1.265

MAPK SIGNALING PATHWAY 4010 271 16 5 1.22

3.4. Target Prediction and Functional Annotation of Dysregulated miRNAs

For target prediction and functional annotation, the interaction between major susceptible genes
and characteristic dysregulated miRNAs was determined using the miRSystem. In the LFD-fed
C57BL/6, Tlr5−/−, Tlr2−/−, and Tlr4−/− mice, results indicated that 301, 37, 340, and 447 putative
targets, respectively, were regulated by these dysregulated miRNAs (Supplemental Table S2). Among
these targets, O/E ratios of 45, 35, 33, and 32 targets respectively were more than 2.0. Functional
annotation showed that these targets were significantly enriched in 27, 26, 17, 48 pathways that scored
more than 0.5 (Supplemental Table S3) in the LFD-fed C57BL/6 (Figure 5), Tlr5−/− (Figure 6), Tlr2−/−

(Figure 7), and Tlr4−/− (Figure 8) mice, respectively. In C57BL/6 mice, the top 10 KEGG pathways
involved in weight reduction included (1) T-cell receptor signaling pathway, (2) axon guidance, (3) focal
adhesion, (4) cell adhesion molecules, (4) endocytosis, (5) regulation of actin cytoskeleton, (6) renal
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cell carcinoma, (7) WNT signaling pathway, (8) VEGF signaling pathway, and (10) ERBB signaling
pathway (Table 1). All these ten pathways were also found associated with LFD feeding in the Tlr5−/−,
Tlr2−/−, and Tlr4−/− strains. The top six pathways were the same in C57BL/6 and Tlr5−/− mice and
most of the regulated pathways in C57BL/6 were also found in Tlr5−/−, Tlr2−/−, and Tlr4−/− strains.
Notably, among those top ten pathways, the pathways of arginine and proline metabolism as well
as glutathione metabolism were not found involved in C57BL/6 mice but was shown to be the top
one and two pathways in Tlr2−/− mice, top two and three pathways in Tlr4−/− mice, and top seven
and eight pathways in Tlr5−/− mice. In addition, the pathway associated with adherens junction was
involved in Tlr4−/− mice but not in the other strains.
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4. Discussion

From the metabolic point of view, the visceral fat tissues are highly active tissues [63,64].
With increased production of adipokines and cytokines, the excess adipose tissues are mostly
responsible for the manifestation of associated metabolic complications [65]. It is believed that the
benefits of weight loss are attributed to the decreased secretion of inflammatory cytokines by the
adipocytes [66–68]. Additionally, as the big adipocytes are more prone to rupture, they become a focus
of inflammation, as indicated by the positive correlation between adipocyte size and inflammatory
cytokines reported in a study [69]. In this study, switching to a LFD significantly reduced the body
weight and epididymal fat mass of HFD-fed C57BL/6 and Tlr5−/− mice but not of the Tlr2−/− and
Tlr4−/− mice. Weight-reduction with LFD resulted in a different effect on the size of adipocytes in
epididymal fat pads in C57BL/6 mice compared to the mice lacking Tlr5, Tlr2, and Tlr4 genes.

The study analyzed 16 significantly dysregulated miRNAs from NGS analysis with RT–qPCR
and revealed that feeding LFD upregulated miR-10a-5p, miR-122-5p, and miR-1a-3p in the epididymal
fat tissue of C57BL/6 mice. In Tlr5−/− mice, only miR-122-5p was upregulated. In contrast, in Tlr2−/−

and Tlr4−/− mice, LFD feeding resulted in more aberrant expression of miRNAs. In this study,
the abundance of these miRNAs widely varied among the experimental samples from different mouse
strains; the miRNA expression pattern in the epididymal fat of Tlr2−/− and Tlr4−/− mice was quite
different from that in C57BL/6 and Tlr5−/− mice. Among these miRNAs, miR-122 has recently been
revealed as one of the key regulators of lipid metabolism [43,70]. Elevated circulating miR-122 was
found be to positively associated with obesity and insulin resistance in young human adults [71]
and in a murine model of obesity [72]. As noted, the expression of miR-122-5p was significantly
decreased after HFD feeding but increased under the diet in mice of all strains. MiR-378a regulates
energy homeostasis and enhances adipogenesis by targeting mitogen-activated protein kinase 1 [73,74]
and acts as a pivot regulatory factor for controlling the expansion of the brown adipose tissue [49].
Inhibition of miR-378a expression attenuated lipolysis and decreased the expression of lipolytic genes,
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while over-expression of miR-378a increased the expression of lipolytic regulators [75]. In addition,
the expression of miR-103-3p and miR-1a has been reported to regulate the genes related to glucose and
fatty acid metabolism [76] and miR-23a-3p, to be associated with obesity and insulin resistance [77].
However, no related reports regarding the miR-10a-5p, miR-145a-5p, miR-192a-5p, and miR-34c with
obesity or adipogenesis had been reported earlier.

Regardless of the varied miRNA expression in mice of different strains in association with
feeding LFD, target prediction and functional annotation by the miRSystem database showed that
targets of these miRNAs were significantly enriched in similar KEGG pathways in all these mice.
The top 10 KEGG pathways involved in weight reduction in C57BL/6 mice were also involved
in the Tlr5−/−, Tlr2−/−, and Tlr4−/− mice. The top six pathways were same between C57BL/6
and Tlr5−/− mice and most of the regulated pathways in C57BL/6 could also be found in that
of Tlr5−/−, Tlr2−/−, and Tlr4−/− mice. These results implied that there were common pathways
involved in the physiological response during weight reduction regardless of the mouse strains.
Interestingly, gene sets for the pathways of arginine and proline metabolism as well as glutathione
metabolism were found involved in the Tlr knockout mice but not in C57BL/6 mice. This leads to the
question whether these gene sets play an important role in the manifestation of different effects in
C57BL/6 and Tlr knockout mice during the weight reduction with LFD. The association of arginine
and glutathione with obesity has been widely studied. As the nitrogenous precursor of nitric oxide
(NO), L-arginine regulates multiple metabolic pathways involved in adipogenesis [78]. Available
evidence shows that physiological levels of arginine and NO decrease fat synthesis and promote the
oxidation of fat in a tissue-specific manner [79]. L-arginine has been reported to prevent body fat
accumulation in DIO by regulating pancreatic β-cell physiology [80]. Supplementation of arginine
reduces adiposity and improves glucose tolerance in obese rodents and humans [81]. In genetically
obese rats, additive arginine promotes gut hormone release with reduced intake of the food [82] and
decreases the white fat mass [83]. Furthermore, the link between obesity and oxidative stress has
long been recognized. Excessive accumulation of reactive oxygen species in adipose tissue has been
implicated in the development of insulin resistance and type 2 diabetes [84]. Glutathione represents
the major thiol-disulfide redox system within all cell types [85]. Plasma concentration of glutathione
decreases in obesity [86]. In contrast, diet restriction affected gene sets involved in glutathione and
fatty acid metabolism [87]. Specifically the depletion of glutathione in adipocytes exhibited restricted
adipose expansion associated with increased ectopic lipid accumulation and deteriorated insulin
sensitivity [88]. Depletion of glutathione also induces fat remodeling [89], enhances insulin sensitivity,
and prevents obesity by HFD [90].

TLRs are powerful molecular regulators by which the immune system may sense the environment
and protect the host from invading pathogens [91] or endogenous threats [92]. Tlr2 recognizes a
variety of bacterial components from Gram positive bacteria [93] and zymosan in the cell membrane
fungus [94]. Tlr4 is activated by the bacterial cell wall components such as lipopolysaccharide [39].
Activation of Tlr2- and Tlr4- signaling pathways in host cells were shown to play a key role in
cytokine secretion to eliminate the infectious organisms [91]. Tlr5 recognizes bacterial flagellin and
is a transmembrane protein that is highly expressed in the intestinal mucosa [11,12]. Activation of
Tlr5 signaling leads to a proinflammatory response with the production of IL-17 and IL-22 that in
turn promote the clearance of pathogens [95]. In addition, in pathological conditions, endogenous
ligands are passively and actively released by the cells and, interacting with specific TLRs (Tlr2 and
Tlr4 in particular), they can regulate the inflammatory response in the tissue [92]. Evidence for the
connection between the overall gut microbial composition and obesity had been reported [96,97].
Microbiota plays an important role in the complex network of obesity and metabolic disorders. HFD
and bacteria interact to promote early inflammatory changes in the intestine and this contributes to
the susceptibility to obesity [98]. Development of obesity in mice, due to genetic susceptibility or
induction by diet is associated with dramatic changes in the composition and metabolic function of the
microbiota [99]. The interesting question of whether there is an association between the microbiota
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and the different phenotype manifestations in the Tlr knockout mice during weight reduction, was not
explored in this study. Further investigation on this may provide more information about the different
responses of C57BL/6 and Tlr knockout mice to weight reduction by LFD.

5. Conclusions

In this study, we demonstrated that feeding of LFD leads to significant body weight reduction in
DIO mice established by feeding with the HFD in the mice strains of C57BL/6 and Tlr5−/−, but not in
the mice strains of Tlr2−/− and Tlr4−/−. Significant reduction in the size of adipocytes of epididymal
fat was only found in C57BL/6, but not in Tlr5−/−, Tlr2−/−, and Tlr4−/− mice. The dysregulated
miRNAs in Tlr2−/− and Tlr4−/− mice were different from those in C57BL/6 and Tlr5−/− strains.
Among those miRNA-regulated pathways, arginine and proline metabolism as well as glutathione
metabolism may have important roles in the Tlr knockout mice rather than in C57BL/6 mice.

Supplementary Materials: The following are available online at http://www.mdpi.com/2072-6643/10/10/1464/
s1, Table S1: The number and proportions of the categories of small RNAs identified from the next generation
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Author Contributions: C.-S.R. contributed to the writing of the manuscript, S.-C.W. to the drafting of the
manuscript, and T.-H.L. contributed to the acquisition of the study specimens. Y.-C.W. and C.-J.W. were involved
in the NGS and RT–qPCR experiments, P.-C.C. performed the statistical analysis, P.-J.K. was involved in miRNA
studies and miRsystem analysis, C.-W.L. and C.-W.T. contributed to the animal experiment and measurements,
and C.-H.H. was responsible for the study design, coordination of data acquisition, and analysis and writing of
the manuscript.

Funding: The work was supported by the grants from Chang Gung Memorial Hospital, CMRPG8F0801 and
CMRPG8F1841 awarded to Ching-Hua Hsieh.

Acknowledgments: The work was supported by the grants from Chang Gung Memorial Hospital, CMRPG8F0801
and CMRPG8G0461 awarded to Ching-Hua Hsieh.

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

References

1. Monteiro, R.; Azevedo, I. Chronic inflammation in obesity and the metabolic syndrome. Mediat. Inflamm.
2010, 2010, 289645. [CrossRef] [PubMed]

2. Chen, L.; Chen, R.; Wang, H.; Liang, F. Mechanisms Linking Inflammation to Insulin Resistance. In. J. Endocrinol.
2015, 2015, 508409. [CrossRef] [PubMed]

3. Engin, A.B. Adipocyte-Macrophage Cross-Talk in Obesity. Adv. Exp. Med. Biol. 2017, 960, 327–343. [PubMed]
4. Omagari, K.; Kato, S.; Tsuneyama, K.; Inohara, C.; Kuroda, Y.; Tsukuda, H.; Fukazawa, E.; Shiraishi, K.;

Mune, M. Effects of a long-term high-fat diet and switching from a high-fat to low-fat, standard diet on
hepatic fat accumulation in Sprague-Dawley rats. Dig. Dis. Sci. 2008, 53, 3206–3212. [CrossRef] [PubMed]

5. JafariNasabian, P.; Inglis, J.E.; Reilly, W.; Kelly, O.J.; Ilich, J.Z. Aging human body: Changes in bone, muscle
and body fat with consequent changes in nutrient intake. J. Endocrinol. 2017, 234, R37–R51. [CrossRef]
[PubMed]

6. Pal China, S.; Sanyal, S.; Chattopadhyay, N. Adiponectin signaling and its role in bone metabolism.
Cytokine 2018. [CrossRef] [PubMed]

7. Hotamisligil, G.S. Inflammation and metabolic disorders. Nature 2006, 444, 860–867. [CrossRef] [PubMed]
8. De Taeye, B.M.; Novitskaya, T.; McGuinness, O.P.; Gleaves, L.; Medda, M.; Covington, J.W.; Vaughan, D.E.

Macrophage TNF-alpha contributes to insulin resistance and hepatic steatosis in diet-induced obesity. Am. J.
Physiol. Endocrinol. Metab. 2007, 293, E713–E725. [CrossRef] [PubMed]

9. Rogero, M.M.; Calder, P.C. Obesity, Inflammation, Toll-Like Receptor 4 and Fatty Acids. Nutrients 2018,
10, 432. [CrossRef] [PubMed]

10. Tall, A.R.; Yvan-Charvet, L. Cholesterol, inflammation and innate immunity. Nat. Rev. Immunol. 2015, 15,
104–116. [CrossRef] [PubMed]

11. Anthoney, N.; Foldi, I.; Hidalgo, A. Toll and Toll-like receptor signalling in development. Development
2018, 145. [CrossRef] [PubMed]

http://www.mdpi.com/2072-6643/10/10/1464/s1
http://www.mdpi.com/2072-6643/10/10/1464/s1
http://dx.doi.org/10.1155/2010/289645
http://www.ncbi.nlm.nih.gov/pubmed/20706689
http://dx.doi.org/10.1155/2015/508409
http://www.ncbi.nlm.nih.gov/pubmed/26136779
http://www.ncbi.nlm.nih.gov/pubmed/28585206
http://dx.doi.org/10.1007/s10620-008-0303-1
http://www.ncbi.nlm.nih.gov/pubmed/18465233
http://dx.doi.org/10.1530/JOE-16-0603
http://www.ncbi.nlm.nih.gov/pubmed/28442508
http://dx.doi.org/10.1016/j.cyto.2018.06.012
http://www.ncbi.nlm.nih.gov/pubmed/29937410
http://dx.doi.org/10.1038/nature05485
http://www.ncbi.nlm.nih.gov/pubmed/17167474
http://dx.doi.org/10.1152/ajpendo.00194.2007
http://www.ncbi.nlm.nih.gov/pubmed/17578885
http://dx.doi.org/10.3390/nu10040432
http://www.ncbi.nlm.nih.gov/pubmed/29601492
http://dx.doi.org/10.1038/nri3793
http://www.ncbi.nlm.nih.gov/pubmed/25614320
http://dx.doi.org/10.1242/dev.156018
http://www.ncbi.nlm.nih.gov/pubmed/29695493


Nutrients 2018, 10, 1464 14 of 18

12. Arancibia, S.A.; Beltran, C.J.; Aguirre, I.M.; Silva, P.; Peralta, A.L.; Malinarich, F.; Hermoso, M.A. Toll-like
receptors are key participants in innate immune responses. Biol. Res. 2007, 40, 97–112. [CrossRef] [PubMed]

13. Kawai, T.; Akira, S. TLR signaling. Cell Death Differ. 2006, 13, 816–825. [CrossRef] [PubMed]
14. Kim, S.J.; Choi, Y.; Choi, Y.H.; Park, T. Obesity activates toll-like receptor-mediated proinflammatory

signaling cascades in the adipose tissue of mice. J. Nutr. Biochem. 2012, 23, 113–122. [CrossRef] [PubMed]
15. Nguyen, M.T.; Favelyukis, S.; Nguyen, A.K.; Reichart, D.; Scott, P.A.; Jenn, A.; Liu-Bryan, R.; Glass, C.K.;

Neels, J.G.; Olefsky, J.M. A subpopulation of macrophages infiltrates hypertrophic adipose tissue and is
activated by free fatty acids via Toll-like receptors 2 and 4 and JNK-dependent pathways. J. Biol. Chem. 2007,
282, 35279–35292. [CrossRef] [PubMed]

16. Boni-Schnetzler, M.; Boller, S.; Debray, S.; Bouzakri, K.; Meier, D.T.; Prazak, R.; Kerr-Conte, J.; Pattou, F.;
Ehses, J.A.; Schuit, F.C.; et al. Free fatty acids induce a proinflammatory response in islets via the abundantly
expressed interleukin-1 receptor I. Endocrinology 2009, 150, 5218–5229. [CrossRef] [PubMed]

17. Yin, J.; Peng, Y.; Wu, J.; Wang, Y.; Yao, L. Toll-like receptor 2/4 links to free fatty acid-induced inflammation
and beta-cell dysfunction. J. Leukoc. Biol. 2014, 95, 47–52. [CrossRef] [PubMed]

18. Shi, H.; Kokoeva, M.V.; Inouye, K.; Tzameli, I.; Yin, H.; Flier, J.S. TLR4 links innate immunity and fatty
acid-induced insulin resistance. J. Clin. Investig. 2006, 116, 3015–3025. [CrossRef] [PubMed]

19. Sun, J.; Luo, J.; Ruan, Y.; Xiu, L.; Fang, B.; Zhang, H.; Wang, M.; Chen, H. Free Fatty Acids Activate
Renin-Angiotensin System in 3T3-L1 Adipocytes through Nuclear Factor-kappa B Pathway. J. Diabetes Res.
2016, 2016, 1587594. [CrossRef] [PubMed]

20. Suganami, T.; Tanimoto-Koyama, K.; Nishida, J.; Itoh, M.; Yuan, X.; Mizuarai, S.; Kotani, H.; Yamaoka, S.;
Miyake, K.; Aoe, S.; et al. Role of the Toll-like receptor 4/NF-kappaB pathway in saturated fatty acid-induced
inflammatory changes in the interaction between adipocytes and macrophages. Arterioscler. Thromb.
Vasc. Biol. 2007, 27, 84–91. [CrossRef] [PubMed]

21. Hussey, S.E.; Lum, H.; Alvarez, A.; Cipriani, Y.; Garduno-Garcia, J.; Anaya, L.; Dube, J.; Musi, N. A sustained
increase in plasma NEFA upregulates the Toll-like receptor network in human muscle. Diabetologia 2014, 57,
582–591. [CrossRef] [PubMed]

22. Betanzos-Cabrera, G.; Estrada-Luna, D.; Belefant-Miller, H.; Cancino-Diaz, J.C. Mice fed with a high fat diet
show a decrease in the expression of “toll like receptor (TLR)2 and TLR6 mRNAs in adipose and hepatic
tissues. Nutr. Hosp. 2012, 27, 1196–1203. [PubMed]

23. Kennedy, A.; Martinez, K.; Chuang, C.C.; LaPoint, K.; McIntosh, M. Saturated fatty acid-mediated
inflammation and insulin resistance in adipose tissue: Mechanisms of action and implications. J. Nutr.
2009, 139, 1–4. [CrossRef] [PubMed]

24. van Dijk, S.J.; Feskens, E.J.; Bos, M.B.; Hoelen, D.W.; Heijligenberg, R.; Bromhaar, M.G.; de Groot, L.C.;
de Vries, J.H.; Muller, M.; Afman, L.A. A saturated fatty acid-rich diet induces an obesity-linked
proinflammatory gene expression profile in adipose tissue of subjects at risk of metabolic syndrome. Am. J.
Clin. Nutr. 2009, 90, 1656–1664. [CrossRef] [PubMed]

25. Davis, J.E.; Braucher, D.R.; Walker-Daniels, J.; Spurlock, M.E. Absence of Tlr2 protects against high-fat
diet-induced inflammation and results in greater insulin-stimulated glucose transport in cultured adipocytes.
J. Nutr. Biochem. 2011, 22, 136–141. [CrossRef] [PubMed]

26. Kuo, L.H.; Tsai, P.J.; Jiang, M.J.; Chuang, Y.L.; Yu, L.; Lai, K.T.; Tsai, Y.S. Toll-like receptor 2 deficiency
improves insulin sensitivity and hepatic insulin signalling in the mouse. Diabetologia 2011, 54, 168–179.
[CrossRef] [PubMed]

27. Caricilli, A.M.; Nascimento, P.H.; Pauli, J.R.; Tsukumo, D.M.; Velloso, L.A.; Carvalheira, J.B.; Saad, M.J.
Inhibition of toll-like receptor 2 expression improves insulin sensitivity and signaling in muscle and white
adipose tissue of mice fed a high-fat diet. J. Endocrinol. 2008, 199, 399–406. [CrossRef] [PubMed]

28. Tsukumo, D.M.; Carvalho-Filho, M.A.; Carvalheira, J.B.; Prada, P.O.; Hirabara, S.M.; Schenka, A.A.;
Araujo, E.P.; Vassallo, J.; Curi, R.; Velloso, L.A.; et al. Statement of Retraction. Loss-of-Function Mutation
in Toll-Like Receptor 4 Prevents Diet-Induced Obesity and Insulin Resistance. Diabetes 2016, 65, 1126–1127.
[CrossRef] [PubMed]

29. Tramullas, M.; Finger, B.C.; Dinan, T.G.; Cryan, J.F. Obesity Takes Its Toll on Visceral Pain: High-Fat Diet
Induces Toll-Like Receptor 4-Dependent Visceral Hypersensitivity. PLoS ONE 2016, 11, e0155367. [CrossRef]
[PubMed]

http://dx.doi.org/10.4067/S0716-97602007000200001
http://www.ncbi.nlm.nih.gov/pubmed/18064347
http://dx.doi.org/10.1038/sj.cdd.4401850
http://www.ncbi.nlm.nih.gov/pubmed/16410796
http://dx.doi.org/10.1016/j.jnutbio.2010.10.012
http://www.ncbi.nlm.nih.gov/pubmed/21414767
http://dx.doi.org/10.1074/jbc.M706762200
http://www.ncbi.nlm.nih.gov/pubmed/17916553
http://dx.doi.org/10.1210/en.2009-0543
http://www.ncbi.nlm.nih.gov/pubmed/19819943
http://dx.doi.org/10.1189/jlb.0313143
http://www.ncbi.nlm.nih.gov/pubmed/24018354
http://dx.doi.org/10.1172/JCI28898
http://www.ncbi.nlm.nih.gov/pubmed/17053832
http://dx.doi.org/10.1155/2016/1587594
http://www.ncbi.nlm.nih.gov/pubmed/26881238
http://dx.doi.org/10.1161/01.ATV.0000251608.09329.9a
http://www.ncbi.nlm.nih.gov/pubmed/17082484
http://dx.doi.org/10.1007/s00125-013-3111-x
http://www.ncbi.nlm.nih.gov/pubmed/24337154
http://www.ncbi.nlm.nih.gov/pubmed/23165562
http://dx.doi.org/10.3945/jn.108.098269
http://www.ncbi.nlm.nih.gov/pubmed/19056664
http://dx.doi.org/10.3945/ajcn.2009.27792
http://www.ncbi.nlm.nih.gov/pubmed/19828712
http://dx.doi.org/10.1016/j.jnutbio.2009.12.008
http://www.ncbi.nlm.nih.gov/pubmed/20434320
http://dx.doi.org/10.1007/s00125-010-1931-5
http://www.ncbi.nlm.nih.gov/pubmed/20967535
http://dx.doi.org/10.1677/JOE-08-0354
http://www.ncbi.nlm.nih.gov/pubmed/18787058
http://dx.doi.org/10.2337/db16-rt04a
http://www.ncbi.nlm.nih.gov/pubmed/27208024
http://dx.doi.org/10.1371/journal.pone.0155367
http://www.ncbi.nlm.nih.gov/pubmed/27159520


Nutrients 2018, 10, 1464 15 of 18

30. Anderson, E.K.; Hill, A.A.; Hasty, A.H. Stearic acid accumulation in macrophages induces toll-like receptor
4/2-independent inflammation leading to endoplasmic reticulum stress-mediated apoptosis. Arterioscler.
Thromb. Vasc. Biol. 2012, 32, 1687–1695. [CrossRef] [PubMed]

31. Miao, X.; Wang, Y.; Wang, W.; Lv, X.; Wang, M.; Yin, H. The mAb against adipocyte fatty acid-binding protein
2E4 attenuates the inflammation in the mouse model of high-fat diet-induced obesity via toll-like receptor
4 pathway. Mol. Cell. Endocrinol. 2015, 403, 1–9. [CrossRef] [PubMed]

32. Pal, D.; Dasgupta, S.; Kundu, R.; Maitra, S.; Das, G.; Mukhopadhyay, S.; Ray, S.; Majumdar, S.S.;
Bhattacharya, S. Fetuin-A acts as an endogenous ligand of TLR4 to promote lipid-induced insulin resistance.
Nat. Med. 2012, 18, 1279–1285. [CrossRef] [PubMed]

33. Sun, X.J.; Kim, S.P.; Zhang, D.; Sun, H.; Cao, Q.; Lu, X.; Ying, Z.; Li, L.; Henry, R.R.; Ciaraldi, T.P.; et al.
Deletion of interleukin 1 receptor-associated kinase 1 (Irak1) improves glucose tolerance primarily by
increasing insulin sensitivity in skeletal muscle. J. Biol. Chem. 2017, 292, 12339–12350. [CrossRef] [PubMed]

34. Bartel, D.P. MicroRNAs: Genomics, biogenesis, mechanism, and function. Cell 2004, 116, 281–297. [CrossRef]
35. Nahid, M.A.; Satoh, M.; Chan, E.K. MicroRNA in TLR signaling and endotoxin tolerance. Cell. Mol. Immunol.

2011, 8, 388–403. [CrossRef] [PubMed]
36. Li, Y.; Shi, X. MicroRNAs in the regulation of TLR and RIG-I pathways. Cell. Mol. Immunol. 2013, 10, 65–71.

[CrossRef] [PubMed]
37. Aalaei-andabili, S.H.; Rezaei, N. Toll like receptor (TLR)-induced differential expression of microRNAs

(MiRs) promotes proper immune response against infections: A systematic review. J. Infect. 2013, 67, 251–264.
[CrossRef] [PubMed]

38. Murri, M.; El Azzouzi, H. MicroRNAs as regulators of mitochondrial dysfunction and obesity. Am. J. Physiol.
Heart Circ. Physiol. 2018, 315, H291–H302. [CrossRef] [PubMed]

39. Maurizi, G.; Babini, L.; Della Guardia, L. Potential role of microRNAs in the regulation of adipocytes
liposecretion and adipose tissue physiology. J. Cell. Physiol. 2018. [CrossRef] [PubMed]

40. Chartoumpekis, D.V.; Zaravinos, A.; Ziros, P.G.; Iskrenova, R.P.; Psyrogiannis, A.I.; Kyriazopoulou, V.E.;
Habeos, I.G. Differential expression of microRNAs in adipose tissue after long-term high-fat diet-induced
obesity in mice. PLoS ONE 2012, 7, e34872. [CrossRef] [PubMed]

41. Xie, H.; Lim, B.; Lodish, H.F. MicroRNAs induced during adipogenesis that accelerate fat cell development
are downregulated in obesity. Diabetes 2009, 58, 1050–1057. [CrossRef] [PubMed]

42. Takanabe, R.; Ono, K.; Abe, Y.; Takaya, T.; Horie, T.; Wada, H.; Kita, T.; Satoh, N.; Shimatsu, A.; Hasegawa, K.
Up-regulated expression of microRNA-143 in association with obesity in adipose tissue of mice fed high-fat
diet. Biochem. Biophys. Res. Commun. 2008, 376, 728–732. [CrossRef] [PubMed]

43. Baselga-Escudero, L.; Pascual-Serrano, A.; Ribas-Latre, A.; Casanova, E.; Salvado, M.J.; Arola, L.;
Arola-Arnal, A.; Blade, C. Long-term supplementation with a low dose of proanthocyanidins normalized
liver miR-33a and miR-122 levels in high-fat diet-induced obese rats. Nutr. Res. 2015, 35, 337–345. [CrossRef]
[PubMed]

44. Fu, T.; Seok, S.; Choi, S.; Huang, Z.; Suino-Powell, K.; Xu, H.E.; Kemper, B.; Kemper, J.K. MicroRNA 34a
inhibits beige and brown fat formation in obesity in part by suppressing adipocyte fibroblast growth factor
21 signaling and SIRT1 function. Mol. Cell. Biol. 2014, 34, 4130–4142. [CrossRef] [PubMed]

45. Lavery, C.A.; Kurowska-Stolarska, M.; Holmes, W.M.; Donnelly, I.; Caslake, M.; Collier, A.; Baker, A.H.;
Miller, A.M. miR-34a(-/-) mice are susceptible to diet-induced obesity. Obesity 2016, 24, 1741–1751. [CrossRef]
[PubMed]

46. Tao, C.; Ren, H.; Xu, P.; Cheng, J.; Huang, S.; Zhou, R.; Mu, Y.; Yang, S.; Qi, D.; Wang, Y.; et al. Adipocyte
miR-200b/a/429 ablation in mice leads to high-fat-diet-induced obesity. Oncotarget 2016, 7, 67796–67807.
[CrossRef] [PubMed]

47. Gaudet, A.D.; Fonken, L.K.; Gushchina, L.V.; Aubrecht, T.G.; Maurya, S.K.; Periasamy, M.; Nelson, R.J.;
Popovich, P.G. miR-155 Deletion in Female Mice Prevents Diet-Induced Obesity. Sci. Rep. 2016, 6, 22862.
[CrossRef] [PubMed]

48. Virtue, A.; Johnson, C.; Lopez-Pastrana, J.; Shao, Y.; Fu, H.; Li, X.; Li, Y.F.; Yin, Y.; Mai, J.; Rizzo, V.; et al.
MicroRNA-155 Deficiency Leads to Decreased Atherosclerosis, Increased White Adipose Tissue Obesity,
and Non-alcoholic Fatty Liver Disease: A novel mouse model of obesity paradox. J. Biol. Chem. 2017, 292,
1267–1287. [CrossRef] [PubMed]

http://dx.doi.org/10.1161/ATVBAHA.112.250142
http://www.ncbi.nlm.nih.gov/pubmed/22556332
http://dx.doi.org/10.1016/j.mce.2014.12.017
http://www.ncbi.nlm.nih.gov/pubmed/25596549
http://dx.doi.org/10.1038/nm.2851
http://www.ncbi.nlm.nih.gov/pubmed/22842477
http://dx.doi.org/10.1074/jbc.M117.779108
http://www.ncbi.nlm.nih.gov/pubmed/28572512
http://dx.doi.org/10.1016/S0092-8674(04)00045-5
http://dx.doi.org/10.1038/cmi.2011.26
http://www.ncbi.nlm.nih.gov/pubmed/21822296
http://dx.doi.org/10.1038/cmi.2012.55
http://www.ncbi.nlm.nih.gov/pubmed/23262976
http://dx.doi.org/10.1016/j.jinf.2013.07.016
http://www.ncbi.nlm.nih.gov/pubmed/23850616
http://dx.doi.org/10.1152/ajpheart.00691.2017
http://www.ncbi.nlm.nih.gov/pubmed/29652540
http://dx.doi.org/10.1002/jcp.26523
http://www.ncbi.nlm.nih.gov/pubmed/29932216
http://dx.doi.org/10.1371/journal.pone.0034872
http://www.ncbi.nlm.nih.gov/pubmed/22496873
http://dx.doi.org/10.2337/db08-1299
http://www.ncbi.nlm.nih.gov/pubmed/19188425
http://dx.doi.org/10.1016/j.bbrc.2008.09.050
http://www.ncbi.nlm.nih.gov/pubmed/18809385
http://dx.doi.org/10.1016/j.nutres.2015.02.008
http://www.ncbi.nlm.nih.gov/pubmed/25769350
http://dx.doi.org/10.1128/MCB.00596-14
http://www.ncbi.nlm.nih.gov/pubmed/25182532
http://dx.doi.org/10.1002/oby.21561
http://www.ncbi.nlm.nih.gov/pubmed/27377585
http://dx.doi.org/10.18632/oncotarget.12080
http://www.ncbi.nlm.nih.gov/pubmed/27655719
http://dx.doi.org/10.1038/srep22862
http://www.ncbi.nlm.nih.gov/pubmed/26953132
http://dx.doi.org/10.1074/jbc.M116.739839
http://www.ncbi.nlm.nih.gov/pubmed/27856635


Nutrients 2018, 10, 1464 16 of 18

49. Pan, D.; Mao, C.; Quattrochi, B.; Friedline, R.H.; Zhu, L.J.; Jung, D.Y.; Kim, J.K.; Lewis, B.; Wang, Y.X.
MicroRNA-378 controls classical brown fat expansion to counteract obesity. Nat. Commun. 2014, 5, 4725.
[CrossRef] [PubMed]

50. Carrer, M.; Liu, N.; Grueter, C.E.; Williams, A.H.; Frisard, M.I.; Hulver, M.W.; Bassel-Duby, R.; Olson, E.N.
Control of mitochondrial metabolism and systemic energy homeostasis by microRNAs 378 and 378*.
Proc. Natl. Acad. Sci. USA 2012, 109, 15330–15335. [CrossRef] [PubMed]

51. Sartipy, P.; Loskutoff, D.J. Monocyte chemoattractant protein 1 in obesity and insulin resistance. Proc. Natl.
Acad. Sci. USA 2003, 100, 7265–7270. [CrossRef] [PubMed]

52. Weiss, E.P.; Racette, S.B.; Villareal, D.T.; Fontana, L.; Steger-May, K.; Schechtman, K.B.; Klein, S.; Holloszy, J.O.
Improvements in glucose tolerance and insulin action induced by increasing energy expenditure or
decreasing energy intake: A randomized controlled trial. Am. J. Clin. Nutr. 2006, 84, 1033–1042. [PubMed]

53. Muurling, M.; Jong, M.C.; Mensink, R.P.; Hornstra, G.; Dahlmans, V.E.; Pijl, H.; Voshol, P.J.; Havekes, L.M.
A low-fat diet has a higher potential than energy restriction to improve high-fat diet-induced insulin
resistance in mice. Metab. Clin. Exp. 2002, 51, 695–701. [CrossRef] [PubMed]

54. Podrini, C.; Cambridge, E.L.; Lelliott, C.J.; Carragher, D.M.; Estabel, J.; Gerdin, A.K.; Karp, N.A.;
Scudamore, C.L.; Ramirez-Solis, R.; White, J.K. High-fat feeding rapidly induces obesity and lipid
derangements in C57BL/6N mice. Mamm. Genome 2013, 24, 240–251. [CrossRef] [PubMed]

55. Collins, S.; Martin, T.L.; Surwit, R.S.; Robidoux, J. Genetic vulnerability to diet-induced obesity in the
C57BL/6J mouse: Physiological and molecular characteristics. Physiol. Behav. 2004, 81, 243–248. [CrossRef]
[PubMed]

56. Report of the American Institute of Nurtition ad hoc Committee on Standards for Nutritional Studies. J. Nutr.
1977, 107, 1340–1348. [CrossRef] [PubMed]

57. Parekh, P.I.; Petro, A.E.; Tiller, J.M.; Feinglos, M.N.; Surwit, R.S. Reversal of diet-induced obesity and diabetes
in C57BL/6J mice. Metabolism 1998, 47, 1089–1096. [CrossRef]

58. Petro, A.E.; Cotter, J.; Cooper, D.A.; Peters, J.C.; Surwit, S.J.; Surwit, R.S. Fat, carbohydrate, and calories in
the development of diabetes and obesity in the C57BL/6J mouse. Metabolism 2004, 53, 454–457. [CrossRef]
[PubMed]

59. Hsieh, C.H.; Rau, C.S.; Wu, S.C.; Yang, J.C.; Wu, Y.C.; Lu, T.H.; Tzeng, S.L.; Wu, C.J.; Lin, C.W.
Weight-reduction through a low-fat diet causes differential expression of circulating microRNAs in obese
C57BL/6 mice. BMC Genomics 2015, 16, 699. [CrossRef] [PubMed]

60. Pan, C.T.; Tsai, K.W.; Hung, T.M.; Lin, W.C.; Pan, C.Y.; Yu, H.R.; Li, S.C. miRSeq: A user-friendly standalone
toolkit for sequencing quality evaluation and miRNA profiling. BioMed Res. Int. 2014, 2014, 462135.
[CrossRef] [PubMed]

61. Lu, T.P.; Lee, C.Y.; Tsai, M.H.; Chiu, Y.C.; Hsiao, C.K.; Lai, L.C.; Chuang, E.Y. miRSystem: An integrated
system for characterizing enriched functions and pathways of microRNA targets. PLoS ONE 2012, 7, e42390.
[CrossRef] [PubMed]

62. Kanehisa, M.; Araki, M.; Goto, S.; Hattori, M.; Hirakawa, M.; Itoh, M.; Katayama, T.; Kawashima, S.;
Okuda, S.; Tokimatsu, T.; et al. KEGG for linking genomes to life and the environment. Nucleic Acids Res.
2008, 36, D480–D484. [CrossRef] [PubMed]

63. Bertin, E.; Nguyen, P.; Guenounou, M.; Durlach, V.; Potron, G.; Leutenegger, M. Plasma levels of tumor
necrosis factor-alpha (TNF-alpha) are essentially dependent on visceral fat amount in type 2 diabetic patients.
Diabetes Metab. 2000, 26, 178–182. [PubMed]

64. You, T.; Nicklas, B.J.; Ding, J.; Penninx, B.W.; Goodpaster, B.H.; Bauer, D.C.; Tylavsky, F.A.; Harris, T.B.;
Kritchevsky, S.B. The metabolic syndrome is associated with circulating adipokines in older adults across a
wide range of adiposity. J. Gerontol. A Biol. Sci. Med. Sci. 2008, 63, 414–419. [CrossRef] [PubMed]

65. Gnacinska, M.; Malgorzewicz, S.; Stojek, M.; Lysiak-Szydlowska, W.; Sworczak, K. Role of adipokines in
complications related to obesity: A review. Adv. Med. Sci. 2009, 54, 150–157. [CrossRef] [PubMed]

66. Gonzalez, O.; Tobia, C.; Ebersole, J.; Novak, M.J. Caloric restriction and chronic inflammatory diseases.
Oral Dis. 2012, 18, 16–31. [CrossRef] [PubMed]

67. Redman, L.M.; Ravussin, E. Caloric restriction in humans: Impact on physiological, psychological,
and behavioral outcomes. Antioxid. Redox Signal. 2011, 14, 275–287. [CrossRef] [PubMed]

68. Ye, J.; Keller, J.N. Regulation of energy metabolism by inflammation: A feedback response in obesity and
calorie restriction. Aging 2010, 2, 361–368. [CrossRef] [PubMed]

http://dx.doi.org/10.1038/ncomms5725
http://www.ncbi.nlm.nih.gov/pubmed/25145289
http://dx.doi.org/10.1073/pnas.1207605109
http://www.ncbi.nlm.nih.gov/pubmed/22949648
http://dx.doi.org/10.1073/pnas.1133870100
http://www.ncbi.nlm.nih.gov/pubmed/12756299
http://www.ncbi.nlm.nih.gov/pubmed/17093155
http://dx.doi.org/10.1053/meta.2002.32725
http://www.ncbi.nlm.nih.gov/pubmed/12037721
http://dx.doi.org/10.1007/s00335-013-9456-0
http://www.ncbi.nlm.nih.gov/pubmed/23712496
http://dx.doi.org/10.1016/j.physbeh.2004.02.006
http://www.ncbi.nlm.nih.gov/pubmed/15159170
http://dx.doi.org/10.1093/jn/107.7.1340
http://www.ncbi.nlm.nih.gov/pubmed/874577
http://dx.doi.org/10.1016/S0026-0495(98)90283-9
http://dx.doi.org/10.1016/j.metabol.2003.11.018
http://www.ncbi.nlm.nih.gov/pubmed/15045691
http://dx.doi.org/10.1186/s12864-015-1896-3
http://www.ncbi.nlm.nih.gov/pubmed/26377847
http://dx.doi.org/10.1155/2014/462135
http://www.ncbi.nlm.nih.gov/pubmed/25114903
http://dx.doi.org/10.1371/journal.pone.0042390
http://www.ncbi.nlm.nih.gov/pubmed/22870325
http://dx.doi.org/10.1093/nar/gkm882
http://www.ncbi.nlm.nih.gov/pubmed/18077471
http://www.ncbi.nlm.nih.gov/pubmed/10880890
http://dx.doi.org/10.1093/gerona/63.4.414
http://www.ncbi.nlm.nih.gov/pubmed/18426966
http://dx.doi.org/10.2478/v10039-009-0035-2
http://www.ncbi.nlm.nih.gov/pubmed/19875356
http://dx.doi.org/10.1111/j.1601-0825.2011.01830.x
http://www.ncbi.nlm.nih.gov/pubmed/21749581
http://dx.doi.org/10.1089/ars.2010.3253
http://www.ncbi.nlm.nih.gov/pubmed/20518700
http://dx.doi.org/10.18632/aging.100155
http://www.ncbi.nlm.nih.gov/pubmed/20606248


Nutrients 2018, 10, 1464 17 of 18

69. Monteiro, R.; de Castro, P.M.; Calhau, C.; Azevedo, I. Adipocyte size and liability to cell death. Obes. Surg.
2006, 16, 804–806. [CrossRef] [PubMed]

70. Alrob, O.A.; Khatib, S.; Naser, S.A. MicroRNAs 33, 122, and 208: A potential novel targets in the treatment of
obesity, diabetes, and heart-related diseases. J. Physiol. Biochem. 2017, 73, 307–314. [CrossRef] [PubMed]

71. Wang, R.; Hong, J.; Cao, Y.; Shi, J.; Gu, W.; Ning, G.; Zhang, Y.; Wang, W. Elevated circulating microRNA-122
is associated with obesity and insulin resistance in young adults. Eur. J. Endocrinol. 2015, 172, 291–300.
[CrossRef] [PubMed]

72. Jones, A.; Danielson, K.M.; Benton, M.C.; Ziegler, O.; Shah, R.; Stubbs, R.S.; Das, S.; Macartney-Coxson, D.
miRNA Signatures of Insulin Resistance in Obesity. Obesity 2017, 25, 1734–1744. [CrossRef] [PubMed]

73. Huang, N.; Wang, J.; Xie, W.; Lyu, Q.; Wu, J.; He, J.; Qiu, W.; Xu, N.; Zhang, Y. MiR-378a-3p enhances
adipogenesis by targeting mitogen-activated protein kinase 1. Biochem. Biophys. Res. Commun. 2015, 457,
37–42. [CrossRef] [PubMed]

74. Konstantinidou, A.; Mougios, V.; Sidossis, L.S. Alphacute Exercise Alters the Levels of Human Saliva
miRNAs Involved in Lipid Metabolism. Int. J. Sports Med. 2016, 37, 584–588. [PubMed]

75. Kulyte, A.; Lorente-Cebrian, S.; Gao, H.; Mejhert, N.; Agustsson, T.; Arner, P.; Ryden, M.; Dahlman, I.
MicroRNA profiling links miR-378 to enhanced adipocyte lipolysis in human cancer cachexia. Am. J. Physiol.
Endocrinol. Metab. 2014, 306, E267–E274. [CrossRef] [PubMed]

76. Frias, F.T.; Rocha, K.C.E.; de Mendonca, M.; Murata, G.M.; Araujo, H.N.; de Sousa, L.G.O.; de Sousa, E.;
Hirabara, S.M.; Leite, N.C.; Carneiro, E.M.; et al. Fenofibrate reverses changes induced by high-fat diet
on metabolism in mice muscle and visceral adipocytes. J. Cell. Physiol. 2018, 233, 3515–3528. [CrossRef]
[PubMed]

77. Lozano-Bartolome, J.; Llaurado, G.; Portero-Otin, M.; Altuna-Coy, A.; Rojo-Martinez, G.; Vendrell, J.; Jorba, R.;
Rodriguez-Gallego, E.; Chacon, M.R. Altered Expression of miR-181a-5p and miR-23a-3p Is Associated
With Obesity and TNFalpha-Induced Insulin Resistance. J. Clin. Endocrinol. Metab. 2018, 103, 1447–1458.
[CrossRef] [PubMed]

78. Tan, B.; Li, X.; Yin, Y.; Wu, Z.; Liu, C.; Tekwe, C.D.; Wu, G. Regulatory roles for L-arginine in reducing white
adipose tissue. Front. Biosci. (Landmark Ed.) 2012, 17, 2237–2246. [CrossRef] [PubMed]

79. Jobgen, W.S.; Fried, S.K.; Fu, W.J.; Meininger, C.J.; Wu, G. Regulatory role for the arginine-nitric oxide
pathway in metabolism of energy substrates. J. Nutr. Biochem. 2006, 17, 571–588. [CrossRef] [PubMed]

80. Araujo, T.R.; Freitas, I.N.; Vettorazzi, J.F.; Batista, T.M.; Santos-Silva, J.C.; Bonfleur, M.L.; Balbo, S.L.;
Boschero, A.C.; Carneiro, E.M.; Ribeiro, R.A. Benefits of L-alanine or L-arginine supplementation against
adiposity and glucose intolerance in monosodium glutamate-induced obesity. Eur. J. Nutr. 2017, 56,
2069–2080. [CrossRef] [PubMed]

81. Monti, L.D.; Setola, E.; Lucotti, P.C.; Marrocco-Trischitta, M.M.; Comola, M.; Galluccio, E.; Poggi, A.;
Mammi, S.; Catapano, A.L.; Comi, G.; et al. Effect of a long-term oral l-arginine supplementation on glucose
metabolism: A randomized, double-blind, placebo-controlled trial. Diabetes Obes. Metab. 2012, 14, 893–900.
[CrossRef] [PubMed]

82. Alamshah, A.; McGavigan, A.K.; Spreckley, E.; Kinsey-Jones, J.S.; Amin, A.; Tough, I.R.; O’Hara, H.C.;
Moolla, A.; Banks, K.; France, R.; et al. L-arginine promotes gut hormone release and reduces food intake in
rodents. Diabetes Obes. Metab. 2016, 18, 508–518. [CrossRef] [PubMed]

83. Jobgen, W.; Meininger, C.J.; Jobgen, S.C.; Li, P.; Lee, M.J.; Smith, S.B.; Spencer, T.E.; Fried, S.K.; Wu, G. Dietary
L-arginine supplementation reduces white fat gain and enhances skeletal muscle and brown fat masses in
diet-induced obese rats. J. Nutr. 2009, 139, 230–237. [CrossRef] [PubMed]

84. Furukawa, S.; Fujita, T.; Shimabukuro, M.; Iwaki, M.; Yamada, Y.; Nakajima, Y.; Nakayama, O.;
Makishima, M.; Matsuda, M.; Shimomura, I. Increased oxidative stress in obesity and its impact on metabolic
syndrome. J. Clin. Invest. 2004, 114, 1752–1761. [CrossRef] [PubMed]

85. Aquilano, K.; Baldelli, S.; Ciriolo, M.R. Glutathione: New roles in redox signaling for an old antioxidant.
Front. Pharmacol. 2014, 5, 196. [CrossRef] [PubMed]

86. Di Renzo, L.; Galvano, F.; Orlandi, C.; Bianchi, A.; Di Giacomo, C.; La Fauci, L.; Acquaviva, R.; De Lorenzo, A.
Oxidative stress in normal-weight obese syndrome. Obesity 2010, 18, 2125–2130. [CrossRef] [PubMed]

87. Renaud, H.J.; Cui, J.Y.; Lu, H.; Klaassen, C.D. Effect of diet on expression of genes involved in lipid
metabolism, oxidative stress, and inflammation in mouse liver-insights into mechanisms of hepatic steatosis.
PLoS ONE 2014, 9, e88584. [CrossRef] [PubMed]

http://dx.doi.org/10.1381/096089206777346600
http://www.ncbi.nlm.nih.gov/pubmed/16756747
http://dx.doi.org/10.1007/s13105-016-0543-z
http://www.ncbi.nlm.nih.gov/pubmed/27966196
http://dx.doi.org/10.1530/EJE-14-0867
http://www.ncbi.nlm.nih.gov/pubmed/25515554
http://dx.doi.org/10.1002/oby.21950
http://www.ncbi.nlm.nih.gov/pubmed/28834285
http://dx.doi.org/10.1016/j.bbrc.2014.12.055
http://www.ncbi.nlm.nih.gov/pubmed/25529446
http://www.ncbi.nlm.nih.gov/pubmed/27116339
http://dx.doi.org/10.1152/ajpendo.00249.2013
http://www.ncbi.nlm.nih.gov/pubmed/24326420
http://dx.doi.org/10.1002/jcp.26203
http://www.ncbi.nlm.nih.gov/pubmed/28926107
http://dx.doi.org/10.1210/jc.2017-01909
http://www.ncbi.nlm.nih.gov/pubmed/29409019
http://dx.doi.org/10.2741/4047
http://www.ncbi.nlm.nih.gov/pubmed/22652774
http://dx.doi.org/10.1016/j.jnutbio.2005.12.001
http://www.ncbi.nlm.nih.gov/pubmed/16524713
http://dx.doi.org/10.1007/s00394-016-1245-6
http://www.ncbi.nlm.nih.gov/pubmed/27317126
http://dx.doi.org/10.1111/j.1463-1326.2012.01615.x
http://www.ncbi.nlm.nih.gov/pubmed/22553931
http://dx.doi.org/10.1111/dom.12644
http://www.ncbi.nlm.nih.gov/pubmed/26863991
http://dx.doi.org/10.3945/jn.108.096362
http://www.ncbi.nlm.nih.gov/pubmed/19106310
http://dx.doi.org/10.1172/JCI21625
http://www.ncbi.nlm.nih.gov/pubmed/15599400
http://dx.doi.org/10.3389/fphar.2014.00196
http://www.ncbi.nlm.nih.gov/pubmed/25206336
http://dx.doi.org/10.1038/oby.2010.50
http://www.ncbi.nlm.nih.gov/pubmed/20339360
http://dx.doi.org/10.1371/journal.pone.0088584
http://www.ncbi.nlm.nih.gov/pubmed/24551121


Nutrients 2018, 10, 1464 18 of 18

88. Okuno, Y.; Fukuhara, A.; Hashimoto, E.; Kobayashi, H.; Kobayashi, S.; Otsuki, M.; Shimomura, I. Oxidative
Stress Inhibits Healthy Adipose Expansion Through Suppression of SREBF1-Mediated Lipogenic Pathway.
Diabetes 2018, 67, 1113–1127. [CrossRef] [PubMed]

89. Lettieri Barbato, D.; Tatulli, G.; Maria Cannata, S.; Bernardini, S.; Aquilano, K.; Ciriolo, M.R. Glutathione
Decrement Drives Thermogenic Program in Adipose Cells. Sci. Rep. 2015, 5, 13091. [CrossRef] [PubMed]

90. Findeisen, H.M.; Gizard, F.; Zhao, Y.; Qing, H.; Jones, K.L.; Cohn, D.; Heywood, E.B.; Bruemmer, D.
Glutathione depletion prevents diet-induced obesity and enhances insulin sensitivity. Obesity 2011, 19,
2429–2432. [CrossRef] [PubMed]

91. Mukherjee, S.; Karmakar, S.; Babu, S.P. TLR2 and TLR4 mediated host immune responses in major infectious
diseases: A review. Braz. J. Infect. Dis. 2016, 20, 193–204. [CrossRef] [PubMed]

92. Yu, L.; Wang, L.; Chen, S. Endogenous toll-like receptor ligands and their biological significance. J. Cell.
Mol. Med. 2010, 14, 2592–2603. [CrossRef] [PubMed]

93. Takeda, K.; Akira, S. Microbial recognition by Toll-like receptors. J. Dermatol. Sci. 2004, 34, 73–82. [CrossRef]
[PubMed]

94. Underhill, D.M.; Ozinsky, A.; Hajjar, A.M.; Stevens, A.; Wilson, C.B.; Bassetti, M.; Aderem, A. The Toll-like
receptor 2 is recruited to macrophage phagosomes and discriminates between pathogens. Nature 1999, 401,
811–815. [CrossRef] [PubMed]

95. Valentini, M.; Piermattei, A.; Di Sante, G.; Migliara, G.; Delogu, G.; Ria, F. Immunomodulation by gut
microbiota: Role of Toll-like receptor expressed by T cells. J. Immunol. Res. 2014, 2014, 586939. [CrossRef]
[PubMed]

96. Ley, R.E.; Turnbaugh, P.J.; Klein, S.; Gordon, J.I. Microbial ecology: Human gut microbes associated with
obesity. Nature 2006, 444, 1022–1023. [CrossRef] [PubMed]

97. Turnbaugh, P.J.; Ley, R.E.; Mahowald, M.A.; Magrini, V.; Mardis, E.R.; Gordon, J.I. An obesity-associated gut
microbiome with increased capacity for energy harvest. Nature 2006, 444, 1027–1031. [CrossRef] [PubMed]

98. Ding, S.; Lund, P.K. Role of intestinal inflammation as an early event in obesity and insulin resistance.
Curr. Opin. Clin. Nutr. Metab. Care 2011, 14, 328–333. [CrossRef] [PubMed]

99. Murphy, E.A.; Velazquez, K.T.; Herbert, K.M. Influence of high-fat diet on gut microbiota: A driving force
for chronic disease risk. Curr. Opin. Clin. Nutr. Metab. Care 2015. [CrossRef] [PubMed]

© 2018 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://dx.doi.org/10.2337/db17-1032
http://www.ncbi.nlm.nih.gov/pubmed/29618580
http://dx.doi.org/10.1038/srep13091
http://www.ncbi.nlm.nih.gov/pubmed/26260892
http://dx.doi.org/10.1038/oby.2011.298
http://www.ncbi.nlm.nih.gov/pubmed/21959341
http://dx.doi.org/10.1016/j.bjid.2015.10.011
http://www.ncbi.nlm.nih.gov/pubmed/26775799
http://dx.doi.org/10.1111/j.1582-4934.2010.01127.x
http://www.ncbi.nlm.nih.gov/pubmed/20629986
http://dx.doi.org/10.1016/j.jdermsci.2003.10.002
http://www.ncbi.nlm.nih.gov/pubmed/15033189
http://dx.doi.org/10.1038/44605
http://www.ncbi.nlm.nih.gov/pubmed/10548109
http://dx.doi.org/10.1155/2014/586939
http://www.ncbi.nlm.nih.gov/pubmed/25147831
http://dx.doi.org/10.1038/4441022a
http://www.ncbi.nlm.nih.gov/pubmed/17183309
http://dx.doi.org/10.1038/nature05414
http://www.ncbi.nlm.nih.gov/pubmed/17183312
http://dx.doi.org/10.1097/MCO.0b013e3283478727
http://www.ncbi.nlm.nih.gov/pubmed/21587067
http://dx.doi.org/10.1097/MCO.0000000000000209
http://www.ncbi.nlm.nih.gov/pubmed/26154278
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Animal Experiments 
	Histological Examination 
	Deep Sequencing of Small RNA 
	Determination of Differentially Expressed miRNA 
	Target Prediction and Functional Annotation of Differentially Expressed miRNA 
	Statistical Analysis 

	Results 
	Body Weight Reduction by Low-Fat Diet (LFD) 
	Adiposity in Response to Body Weight Reduction 
	Expression of miRNAs in the Epididymal Fat 
	Target Prediction and Functional Annotation of Dysregulated miRNAs 

	Discussion 
	Conclusions 
	References

