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Abstract Increasing evidence suggests that maintenance of
homeostasis between gut microbiota and host plays an impor-
tant role in human health. Many diseases, such as those affect-
ing the liver, have been linked to imbalances in gut microbial
communities. However, it is not clear whether an imbalance in
gut microbiota promotes the onset of liver injury or if the
imbalance results from the pathological state. In the current
study, antibiotics were used to disturb the gut microbiota of
both rats fed a high-cholesterol diet and rats fed a normal diet
(controls). The prevalence of Bacteroidetes and Firmicutes
were reduced, and Proteobacteria was greatly increased in
the guts of rats after antibiotic treatment. The antibiotic-
induced perturbation of gut microbiota aggravated cholesterol
accumulation and liver injury in rats fed a high-cholesterol
diet. This may have been due to an increase in intestinal per-
meability and plasma lipopolysaccharide (LPS), which lead to
an increase in LPS absorption and activation of TLR4 signal-
ing, resulting in the synthesis of pro-inflammatory cytokines
and chemokines in liver tissues. This study suggests that im-
balances in gut microbiota may be a predisposing factor for
the onset of metabolic diseases and liver injuries related to
cholesterol and high-cholesterol diets. Modulation of gut mi-
crobiota could be a novel target for preventing cholesterol-
related metabolic disorders.
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Introduction

The human intestines contain trillions of microorganisms, of
which bacteria are the most abundant. Increasing evidence
suggests that maintenance of homeostasis between the gut
microbiota and host plays an important role in human health
and that disruption of this homeostasis promotes illness and
contributes to the occurrence of various diseases (Claus et al.
2011; Clemente et al. 2012; Hooper and Gordon 2001;
Owyang and Wu 2014). It is estimated that there are about
10 times more bacterial cells in the gut than the total number
of human somatic and germ cells combined (Savage 1977).
Members of the microbial community have been shown to
play critical roles in the digestion of food, production of es-
sential vitamins, and in shaping innate immunity (Hill 1997,
Mazmanian et al. 2005; Nicholson et al. 2005).

Many diseases, such as obesity (Ley et al. 2006), diabetes
(Qinetal. 2012), and inflammatory bowel disease (Frank et al.
2007), have been linked to imbalances in the gut microbial
community. Recent evidence has demonstrated that dysbiotic
changes in gut microbiota are common in patients with liver
disease (Miyake and Yamamoto 2013; Qin et al. 2014;
Schnabl and Brenner 2014), though it is not clear whether
gut microbial imbalances contribute to the onset of disease
or are caused by disease. A study in humans suggested that
oral administration of vancomycin significantly impacted host
physiology by decreasing gut microbiota diversity, bile acid
metabolism, and insulin sensitivity (Vrieze et al. 2014).
Furthermore, antibiotic administration during early life was
found to alter the gut microbiota, as well as hepatic metabo-
lism of lipids and cholesterol (Cho et al. 2012). These results
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indicate that an imbalance in gut microbiota may promote the
onset of pathology and that gut microbiota may be a regula-
tory factor in hepatic cholesterol metabolism and liver injury.

It could be that differences in the composition of gut mi-
crobiota, resulting from perturbations in the gut microbial
community, affect hepatic metabolism of cholesterol leading
to liver injury. In the current study, rats were fed a high-
cholesterol diet and concurrently treated with oral antibiotics
to disrupt gut microbial composition, in order to investigate
the relationship between changes in gut microbiota and hepat-
ic cholesterol metabolism and liver injury and the possible
mechanisms for these effects.

Materials and methods
Animals

Forty male, conventionally clean, 3 week old, Sprague—
Dawley rats were purchased from Vital River Laboratory
Animal, Ltd. (Beijing, China). Rats were individually housed
in cages and maintained at controlled conditions of tempera-
ture (23 £ 2 °C) and humidity (55 = 5 %) and on a 12-h light/
dark cycle (lights on at 7:00 a.m.). Food and water were sup-
plied ad libitum. All animals were cared for in accordance
with the Guide for the Care and Use of Laboratory Animals.
The Institutional Animal Care and Use Committee of the
Institute of Psychology, Chinese Academy of Sciences ap-
proved all experiments.

High-cholesterol diet and antibiotic treatment

All rats underwent a 1-week adaptive period on a regular diet
containing 32 % (weight/weight) protein, 5 % fat, 2 % fiber,
1.8 % calcium, 1.2 % phosphorus, and nitrogen-free extract as
the remainder (Commercial chow, Keao Xieli Feed Co. Ltd.,
Beijing, China). The rats were then divided into four groups as
follows: a regular diet group (CT, n = 10), a high-cholesterol
diet group (HCD, n = 10), a regular diet group + antibiotic
group (CT + Ab, n = 10), and a high-cholesterol diet + anti-
biotic group (HCD + Ab, n = 10). The CT + Ab and HCD +
Ab groups received 1 g/L each of ampicillin, neomycin, and
metronidazole in drinking water during the experimental pe-
riod (Carvalho et al. 2012). The high-cholesterol diet
contained 1.5 % (weight/weight) cholesterol, 10 % lard,
10 % sucrose, 0.3 % sodium cholate, 0.2 % propylthiouracil,
and 78 % regular diet.

Intestinal microbiota analysis
Fecal samples were collected at euthanasia and frozen at

—80 °C until use. Bacterial DNA was extracted using a
TIANamp stool DNA kit (Tiangen Biotech Co. Ltd.,
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Beijing, China) following the manufacturer’s instructions.
The microbiota composition of the samples was established
by amplicon sequencing of the V3-V5 regions of 16S rRNA
gene on the Miseq system. The bioinformatic analysis was
mainly performed using the QIIME pipeline (Caporaso et al.
2010). Only reads with lengths >400 bp and <480 bp, average
quality scores >30, and without ambiguous bases were
retained for further analysis. The resultant high-quality se-
quences were clustered into operational taxonomic units
(OTUs) with a 97 % threshold identity using UCLUST. The
taxonomy of each OTU representative sequence was assigned
using the Ribosomal Database Project (RDP) classifier with
an 80 % confidence limit. To evaluate the alpha diversity, the
rarefaction estimators and Chaol and Shannon diversity in-
dexes were calculated. Genewiz Corporation (Suzhou, China)
completed the sequencing and bioinformatic analysis.

Assay for blood serum indexes

Blood samples from each rat were collected via cardiac punc-
ture just prior to euthanasia, following food deprivation for
12 h. The serum was separated from the blood by centrifuga-
tion at 3500 rpm for 10 min. The total cholesterol (TC), tri-
glycerides (TG), high-density lipoprotein cholesterol (HDL-
C), low-density lipoprotein cholesterol (LDL-C), alanine ami-
notransferase (ALT), and aspartate aminotransferase (AST)
were measured with an automatic chemical analyzer 7020
(Hitachi, Tokyo, Japan). The atherogenic indexes (TC/HDL-
C and LDL-C/HDL-C ratios) were also calculated. Serum
endotoxin concentration was determined using a kit based
on a Tachypleus Amebocyte Lysate (Chromogenic endpoint
TAL kit, Tiandz Inc., Beijing, China), according to the manu-
facturer’s instructions.

Assay for liver TC and TG

After euthanasia, the livers of rats were removed and rinsed
with physiological saline solution and blotted dry with filter
paper. Liver TC and TG were determined using a tissue total
cholesterol and triglyceride assay kit (Applygen Technologies
Inc., Beijing), according to the manufacturer’s instructions.

Liver histopathology

Part of each liver was fixed in 10 % (volume/volume) form-
aldehyde, embedded in paraffin, and stained with
hematoxylin-eosin (HE). Another part of each liver was rap-
idly frozen to about —20 to —30 °C and then cut for oil red O
staining. A masked, expert pathologist evaluated three differ-
ent high-power areas of the histologic sections.
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Real-time quantitative PCR

Total RNA from each individual liver was isolated via TRIzol
reagent (Tiangen Biotech Co. Ltd., Beijing, China), according
to the manufacturer’s protocol. A UV spectrophotometer, at
260 and 280 nm, was used to estimate RNA concentration,
which was then transcribed into cDNA (Tiangen Biotech Co.
Ltd., Beijing, China). Expression of messenger RNA
(mRNA) was measured by RT-PCR using the RealStar
Power SYBR mixture (GenStar BioSolutions Co. Ltd.,
Beijing, China), with values presented as 2~““T. The house-
keeping gene for glyceraldehyde-3-phosphate dehydrogenase
(GAPDH; EC1.2.1.12) was used for normalization. The genes
and primer sequences used for RT-PCR are described in
Table 1.

Statistical analysis

The experimental data are presented as mean + standard devi-
ation (SD). The statistical significance of differences was an-
alyzed by one-way ANOVA followed by a post hoc
Bonferroni’s multiple comparison test using SPSS 17.0

statistical software (SPSS Inc., Chicago, IL, USA). Values of
p <0.05 were considered statistically significant.

Accession numbers of sequence data

The Miseq sequencing data obtained in this study were depos-
ited in the NCBI Sequence Read Archive database with ac-
cession numbers SRR2005927 and SRR2005929 to
SRR2005939.

Results

Antibiotic treatment changed composition of gut
microbiota in rats fed a high-cholesterol diet

Intestinal microbiota sequencing analysis from fecal samples
of each group displayed differences in the bacterial profiles
between CT and HCD rats. The proportion of Bacteroidetes
was higher in HCD rats compared to CT rats. In contrast, the
prevalence of Firmicutes was lower in HCD rats than in CT
rats. In one group of HCD and one group of CT rats, broad-
spectrum antibiotics were used to modulate the gut microbiota

Table 1  Primer sequences used in this study
Genes Primers DNA sequences(5'-3") Predicted PCR Annealing Reference
product size(bp) temp(°C)

TNF-a TNFo-F GACCCTCACACTCAGATCATCTTCT 148 59 (Long et al. 2003)
TNFx-R TTGTCTTTGAGATCCATGCCATT

IL-13 IL1B-F CCAAGCACCTTCTTTTCCTTCA 113 58 (Long et al. 2003)
IL1B-R AGCCTGCAGTGCAGCTGTCTAA

IL-6 IL6-F TCCAAACTGGATATAACCAGGAAAT 114 58 (Long et al. 2003)
1IL6-R TTGTCTTTCTTGTTATCTTGTAAGTTGTTCTT

iNOS iNOS-F CTCACTGTGGCTGTGGTCACCTA 101 62 (Hu et al. 2010)
iNOS-R GGGTCTTCGGGCTTCAGGTTA

COX-2 COX2-F TGTATGCTACCATCTGGCTTCGG 95 62 (Xiao et al. 2013)
COX2-R GTTTGGAACAGTCGCTCGTCATC

MCP-1 MCP1-F TAGCATCCACGTGCTGTCTC 90 58 (Wang et al. 2013)
MCP1-2 CCGACTCATTGGGATCATCT

F4/80 F4/80-F CTCTTCCTGATGGTGAGAAACC 136 60 (Batista et al. 2012)
F4/80-R CCCATGGATGTACAGTAGCAGA

Bax Bax-F TCCAGGATCGAGCAGA 255 55 (Zhang et al. 2006)
Bax-R AAGTAGAAGAGGGCAACC

Bcl-2 Bcl2-F CTGGTGGACAACATCGCTCTG 228 62 (Zhang et al. 2006)
Bcl2-R GGTCTGCTGACCTCACTTGTG

Occludin Occludin-F AGTACATGGCTGCTGCTGATG 126 60 (Xia et al. 2010)
Occludin-R CCCACCATCCTCTTGATGTGT

HMGBI HMGBI-F CTCAGAGAGGTGGAAGACCATGT 104 60 (Andersson et al. 2008)
HMGBI-R GGGATGTAGGTTTTCATTTCTCTTTC

TLR4 TLR4-F AGTGTATCGGTGGTCAGTGTGCT 167 60 (Zhang et al. 2013)
TLR4-R GTTTCTCACCCAGTCCTCATTCT

NF-kB NFkB-F AAGCACAGATACCACTAAGACGCA 160 60 (Zhang et al. 2013)
NF«B-R TTCAGCCTCATAGAAGCCATCC
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community in order to explore the role of gut microbiota com-
position in lipid metabolism changes induced by a high-
cholesterol diet. Treatment with antibiotics for 4 weeks led
to major changes in the gut bacterial profiles of both CT +
Ab and HCD + Ab rats. The proportion of Bacteroidetes and
Firmicutes were greatly reduced after antibiotic treatment
compared to the rats not treated with antibiotics. There was a
huge increase in the proportion of Proteobacteria after antibi-
otic treatment in both the CT and HCD groups (Fig. 1a).

The differences were further distinguished via analysis of
the microbial flora at the genus level (Fig. 1b). More
Bacteroides, Parabacteroides, and Prevotella were found in
HCD rats compared to CT rats. In addition, more
Achromobacter, Parasutterella, Escherichia/Shigella,
Proteus, and Stenotrophomonas were found after antibiotic
treatment in HCD rats.

To measure how phylotype richness in the four groups
varied with sample size, the phylotype rarefaction curves were
calculated at 97 % similarity levels. Different phylotype rich-
ness was observed among groups (Fig. 1c). The Chaol and
Shannon diversity analysis suggested that species diversity
was different between groups (Fig. 1d, ¢). These data suggest
that the gut microbiota profile in HCD rats was considerably
altered as a consequence of antibiotic treatment.

Antibiotic treatment aggravated the serum cholesterol
elevation induced by the high-cholesterol diet

Serum from CT and CT + Ab rats was transparent; however,
serum from both HCD and HCD + Ab rats was milky white.
Serum from HCD + Ab rats appeared to be even more milky
white when compared with HCD rats (Fig. 2a). The absor-
bance of sera was measured at 600 nm in order to objectively
distinguish differences among the groups. There was no dif-
ference in the Aggp values between CT and CT + Ab groups.
The Agoo values in the HCD group were significantly higher
than in CT rats. The Aggo values were higher in HCD + Ab rats
than in HCD rats (Fig. 2b).

The high-cholesterol diet induced a significant increase in
serum TC and LDL-C levels but did not significantly influ-
ence the levels of serum TG and HDL-C. Serum lipid accu-
mulation was greater in the HCD + Ab group than in the other
three groups. Serum TC, TG, HDL-C, and LDL-C levels were
significantly higher in HCD + Ab rats compared with HCD
rats; however, there were no effects on these parameters in
CT + Ab group compared to CT group (Fig. 2¢c—f). TC/
HDL-C and LDL-C/HDL-C ratios are strong risk factors for
predicting cardiovascular disease (CVD). The high-
cholesterol diet induced a significant elevation in the TC/
HDL-C and LDL-C/HDL-C ratios, thus increasing the risk
of CVD. HCD + Ab rats had a significantly elevated CVD
risk compared with HCD rats (Fig. 2g, h). These results
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suggest that modulation of gut microbiota by antibiotics likely
increased serum lipid accumulation in HCD + Ab rats.

Antibiotic treatment worsened liver injuries induced
by the high-cholesterol diet

The high-cholesterol diet induced accumulation of total choles-
terol and triglycerides in the liver. Treatment with antibiotics
aggravated cholesterol accumulation, but not triglyceride accu-
mulation, in the livers of HCD rats. Antibiotic treatment did not
influence cholesterol or triglyceride accumulation in the livers of
CT rats (Fig. 3a). Elevated serum ALT levels were found in
HCD rats and even higher in HCD + Ab rats than in HCD rats
indicating that the high-cholesterol diet induced liver injury and
that antibiotic treatment intensified this effect. However, serum
AST levels were not significantly different among the groups
(Fig. 3b). These results suggest that antibiotic treatment aggra-
vated cholesterol accumulation in the liver and worsened liver
injuries in the HCD + Ab rats. Histopathological alterations in
the liver tissues confirmed these results. Hematoxylin-eosin
(HE) and oil red O staining showed the differences in liver tissue
structure and lipid accumulation among the four groups (Fig. 3c,
d). The livers of CT rats had well-organized structures. Hepatic
sinusoids were clearly visible, and hepatic cords were neatly
arranged and distributed radially around the central veins.
There were no significant structural changes except for some
mild fatty degeneration and hepatic congestion in the CT + Ab
rats. There was a moderate degree of liver structure damage in
HCD rats. In addition, hepatocytes of HCD rats showed signif-
icant hepatic steatosis, cell necrosis, vacuolization, and increased
lipids deposition in the cytoplasm. The above effects were ag-
gravated by the antibiotic treatment in the HCD + Ab rats.

Antibiotic treatment increased the occurrence of liver
inflammation in rats fed a high-cholesterol diet

Histopathological analysis suggested that liver injury and in-
flammation occurred in rats fed a high-cholesterol diet. The
mRNA levels of inflammation markers TNF-¢, IL-1[3, IL-6,
iNOS, and COX-2 were quantified in liver tissues (Fig. 4a—e).
The mRNA concentrations of TNF-¢, iNOS, and COX-2
were significantly higher in HCD rats compared with CT fed
rats, but there were no significant differences in mRNA levels
of IL-1f3 and IL-6. The increases in TNF-¢, iNOS, and COX-
2 levels were significantly greater in HCD + Ab rats, and
mRNA levels of IL-13 and IL-6 were also significantly higher
in HCD + Ab rats compared with HCD and CT rats. Similar
results were observed in chemokine MCP-1 mRNA levels
(Fig.4f). MCP-1 mRNA expression was significantly in-
creased in HCD + Ab rats compared with HCD and CT rats.
There was no difference in MCP-1 mRNA expression when
comparing HCD to CT rats. F4/80 is a marker, which is spe-
cific for mature macrophages. No significant change in F4/80
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mRNA expression was found in HCD + Ab compared with
HCD or CT rats (Fig. 4g). Liver histopathology also suggested
hepatic cell necrosis in HCD rats. The mRNA expression of
pro-apoptotic Bax and anti-apoptotic Bcl-2 mRNA was also
analyzed in the liver tissue (Fig. 4h, i). There was no differ-
ence in Bax mRNA expression; however, Bcl-2 mRNA ex-
pression was significantly increased in HCD compared to CT
rats. The levels of both Bax and Bcl-2 were significantly in-
creased in HCD + Ab rats compared with HCD and CT rats.
These results suggest a possible link between the gut micro-
biota and liver inflammation in rats fed a high-cholesterol diet.

Antibiotic treatment increased metabolic endotoxemia
in rats fed a high-cholesterol diet

Increased levels of serum endotoxin (bacterial lipopolysac-

charide, LPS) were found in HCD compared with CT rats.
This increase in LPS was aggravated by antibiotic treatment
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ratios. The data are shown as the mean =+ standard deviation. (a, b, c)
Mean values in each panel with different letters differ significantly
(p < 0.05). CT control group, CT + Ab antibiotic treatment only, HCD
high-cholesterol group, HCD + Ab high-cholesterol and antibiotic
treatment group

(Fig. 5a). The expression of the intestinal epithelial tight junc-
tion protein, occludin, was significantly reduced in HCD com-
pared to CT rats. Occludin expression was reduced signifi-
cantly more in HCD + Ab rats compared to HCD and CT rats
(Fig. 5b). These data suggest that gut microbiota may be in-
volved in modulating intestinal epithelial tight junction pro-
tein expression, thus influencing intestinal permeability and,
in turn, playing a role in metabolic endotoxemia.

Antibiotic treatment promoted the activation
of the toll-like receptor 4 (TLR4) pathway in rats fed
a high-cholesterol diet

The mRNA expression of genes related to TLR4 signaling
(high-mobility group box-1(HMGBI1), TLR4, and NF-«B)
were quantified in liver tissue (Fig. 5c—e). The mRNA expres-
sion levels of TLR4 and NF-kB were significantly higher in
HCD rats compared with CT rats. Expressions of TLR4 and
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NF-kB were increased significantly more in HCD + Ab com-
pared with HCD and CT rats. The high-cholesterol diet did not
induce significant changes in HMGBI1 expression; however,
expression of HMGB1 was significantly higher in HCD + Ab
compared to CT rats. There was no significant difference in the
level of HMGB1 mRNA between HCD + Ab and HCD rats.

CT CT+Ab HCD HCD+Ab CT CT+Ab HCD HCD+Ab

HCD

HCD+Ab

400x

The data are shown as the mean + standard deviation. (a, b, ¢) Different
letters indicate significant differences between mean values in each panel
(p <0.05). CT control group, CT + Ab antibiotic treatment only, HCD high-
cholesterol group, HCD + Ab high-cholesterol and antibiotic treatment

Discussion

The gut microbiota is an immense ecosystem, which inhabits
the gastrointestinal tract of the host. The microorganisms that
make up the gut microbiota are considered to be important to
the host because of their numerous functions and
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Fig. 4 Antibiotic treatment promoted the mRNA expression of liver
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contributions to the physiology of the gastrointestinal tract.
However, the role of the gut microbiota and the effects of
gut microbiota perturbations in various disease states have
not yet been fully elucidated.

In this study, it was shown that a high-cholesterol diet
changed the gut microbial profile in rats. The percentage of
Bacteroidetes was higher (72.76 vs. 53.54 %) and the percent-
age of Firmicutes was lower (18.80 vs. 36.96 %) in HCD rats
compared to CT rats. These results are similar to those report-
ed in previous studies comparing gut microbiota profiles in
non-alcoholic steatohepatitis (NASH) patients and healthy
controls (Zhu et al. 2013). There was a vast difference in gut
microbiota profiles in rats treated with antibiotics. The preva-
lence of Proteobacteria was higher (82.69 %), and the number
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mean + standard deviation. (a, b, ¢, d) Different letters indicate
significant differences between mean values in each panel (p < 0.05).
CT control group, CT + Ab antibiotic treatment only, HCD high-
cholesterol group, HCD + Ab high-cholesterol and antibiotic treatment

of Bacteroidetes and Firmicutes were lower in HCD + Ab rats.
These results demonstrate significant alterations in the com-
position of gut microbiota as a result of treatment with
antibiotics.

Alterations of the gut microbiota induced by diet was con-
sidered to exert a strong influence on the development of
metabolic syndrome, and alterations of the gut microbiota
induced by high-fat diet is strongly linked to oxidative stress
in mice (Qiao et al. 2013). In this study, the results indicate
that perturbation of the gut microbiota by antibiotics caused
the rats to be more sensitive to the high-cholesterol diet.
Serum and liver cholesterol levels, as well as the incidence
of liver injury, were higher in HCD rats compared with CT
rats. When antibiotics were used to perturb the gut microbiota
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the intestinal epithelial tight junction protein, occludin. ¢ HMGBI. d
TLR4. e NF-kB mRNA expressions in liver tissue. The data are shown

of HCD rats, the serum and liver cholesterol levels, as well as
incidence of liver injuries, were significantly higher than in
HCD rats not treated with antibiotics. However, antibiotic
treatment alone did not affect serum and liver cholesterol
levels and/or lead to liver injuries. These results suggest that
the gut microbiota may have played a role in the changes in
lipid metabolism, which were induced by the high-cholesterol
diet, in rats.

TC/HDL-C and LDL-C/HDL-C ratios are recognized as
two important risk factors for predicting cardiovascular dis-
ease (CVD) and have greater predictive value than using iso-
lated parameters independently (Millan et al. 2009). In the
current study, the high-cholesterol diet induced significant in-
creases in both the TC/HDL-C and LDL-C/HDL-C ratios,
suggesting that the high-cholesterol diet significantly in-
creased the risk of CVD. HCD + Ab rats had a significantly
heightened CVD risk when compared to HCD rats, though
antibiotic treatment alone also did not affect the TC/HDL-C
and LDL-C/HDL-C ratios. These results suggest that the gut
microbiota might be involved in high-cholesterol diet-related
CVDs. In general, this study suggests that antibiotic-induced
imbalances in gut microbiota might be a predisposing factor
for the onset of cholesterol-related metabolic diseases in those
who consume a high-cholesterol diet. However, these results
are contrary to those reported in previous studies (Cani et al.

CT+Ab HCD HCD+Ab CT

CT+Ab HCD HCD+Ab

as the mean =+ standard deviation. (a, b, ¢, d) Different letters indicate
significant differences between mean values in each panel (p <0.05). CT
control group, CT + Ab antibiotic treatment only, HCD high-cholesterol
group, HCD + Ab high-cholesterol and antibiotic treatment

2008; Carvalho et al. 2012; Membrez et al. 2008). Cani et al.
reported that changes in gut microbiota induced by antibiotics
reduced metabolic endotoxemia in mice fed a high-fat diet
(Cani et al. 2008) and Membrez et al. found that modulation
of gut microbiota by antibiotics enhanced glucose tolerance in
mice (Membrez et al. 2008). Similarly, Carvalho and col-
leagues found that gut microbiota modulation with antibiotics
improved insulin signaling in mice fed a high-fat diet
(Carvalho et al. 2012). These studies indicate that antibiotic-
induced perturbations of gut microbiota might protect the host
from metabolic diseases. The difference in the results may be
associated with type and the age of animals used in the studies.
Rats were used for the current study, while mice were used in
the previous studies. Furthermore, in previous studies, animals
were treated with antibiotics beginning at 12 weeks (Cani
etal. 2008), 8 to 10 weeks (Membrez et al. 2008), and 6 weeks
of age (Carvalho et al. 2012). In the current study, rats were
treated with antibiotics beginning at 4 weeks of age. In addi-
tion, the types and dosage of antibiotics used might have con-
tributed to differences in the results. Cho et al. reported that
antibiotics in early life (3 weeks old) altered the murine co-
lonic microbiome and increased adiposity (Cho et al. 2012).
This suggests that early-life imbalances of gut microbiota
modulated by antibiotics preceded the metabolic disease path-
ogenesis. The gut microbiota present in early life impacts our
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immune development, and dysbiosis in early life plays an
important role in disease pathogenesis (Arrieta et al. 2014).
The above results suggest that the gut microbiota plays an
important role in host health and disease status, whether
antibiotic-induced perturbations of gut microbiota precede
the onset of metabolic disease or protect the host from disease
pathogenesis. In any case, either way, further research is
needed.

Dietary factors are considered to be important determinants
of liver disease progression (Ioannou et al. 2009). High-
cholesterol diets usually cause liver injuries, liver inflamma-
tion, and hepatocyte apoptosis (Kainuma et al. 2006;
Sumiyoshi et al. 2010; Vergnes et al. 2003). In this study,
histopathological analysis suggested that hepatic steatosis
and liver inflammation occurred in rats fed a high-
cholesterol diet. Antibiotic treatment aggravated liver injuries
that occurred as a result of the high-cholesterol diet. Analysis
of mRNA expression also demonstrated that antibiotic treat-
ment further increased the expression of the pro-inflammatory
factors, TNF-«, IL-1§3, IL-6, iNOS, and COX-2, which were
induced by the high-cholesterol diet. Similar results were also
observed in the alterations of the mRNA concentrations of
chemokine MCP-1, the marker specific for macrophage infil-
tration, F4/80, and the apoptotic related Bax and Bcl-2. These
results suggest that liver inflammation, macrophage infiltra-
tion, and hepatic apoptosis are induced by a high-cholesterol
diet and aggravated by treatment with antibiotics. Gut micro-
biota might play a role in liver injuries induced by a high-
cholesterol diet.

Bacterial lipopolysaccharide (LPS) is considered to be a
triggering factor for metabolic diseases. High-fat diets chron-
ically increase plasma LPS concentration and lead to metabol-
ic endotoxemia (Cani et al. 2007). In the current study, the
high-cholesterol diet increased the level of plasma LPS and
this was aggravated by antibiotic treatment. This may be as-
sociated with the high prevalence of Gram-negative gut bac-
teria (Proteobacteria). In addition, increased intestinal perme-
ability also contributed to increased LPS absorption.
Antibiotic treatment induced a more significant reduction in
expression of occludin, an intestinal epithelial tight junction
protein. These results indicate that gut microbiota may partic-
ipate in modulating intestinal epithelial tight junction protein
expression in HCD rats, influencing intestinal permeability,
leading to metabolic endotoxemia.

TLR4 is an essential receptor for the recognition of LPS
(Poltorak et al. 1998). Previous studies have shown that TLR4
participates in the progression of chronic liver disease
(Mencin et al. 2009) and that TLR4 signaling is pivotal during
the early stages of liver injuries induced by high-fat diets (Li
et al. 2011). HMGBI is an early mediator of injury and in-
flammation (Scaffidi et al. 2002) and serves as a positive com-
ponent, mediating TLR4 activation (Li et al. 2011). HMGB1
interacts with TLR4 to induce production of pro-inflammatory

@ Springer

cytokines and chemokines by inducing NF-«kB signaling
(Park et al. 2006; van Zoelen et al. 2009). In this study, anti-
biotic treatment increased high-cholesterol diet-induced
HMGBI1, TLR4, and NF-kB expression. These results indi-
cate that modulation of gut microbiota via antibiotic treatment
significantly increased the level of plasma LPS and activated
TLR4 signaling in the HCD rats, which could lead to a more
serious degree of hepatic steatosis in the liver tissues of these
rats.

Taken together, the high-cholesterol diet induced alter-
ations in the gut microbiota profile and increased intestinal
permeability, which led to an increase in plasma LPS.
Increased LPS absorption might activate TLR4 signaling
and promote the synthesis of pro-inflammatory cytokines
and chemokines in the liver tissues, eventually leading to liver
injuries. The cholesterol metabolic disorders observed in the
current study were all aggravated by antibiotic-induced per-
turbation of gut microbiota in HCD rats. These results suggest
that gut microbiota modulation might be a novel target for
disease prevention and that modification of gut microbiota
may be beneficial for preventing cholesterol metabolic
disorders.
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