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ABSTRACT
Background: Periodontitis is a chronic multifactorial inflammatory disease. Porphyromonas 
gingivalis is a primary periopathogen in the initiation and development of periodontal 
disease. Evidence has shown that P. gingivalis is associated with systemic diseases, including 
IBD and fatty liver disease. Inflammatory response is a key feature of diseases related to this 
species.
Methods: C57BL/6 mice were administered either PBS, or P. gingivalis. After 9 weeks, the 
inflammatory response in gut, spleen, and liver was analyzed.
Results: The findings revealed significant disturbance of the intestinal microbiota and 
increased inflammatory factors in the gut of P. gingivalis-administered mice. Administrated 
P. gingivalis remarkably promoted the secretion of IRF-1 and activated the inflammatory 
pathway IFN-γ/STAT1 in the spleen. Histologically, mice treated with P. gingivalis exhibited 
hepatocyte damage and lipid deposition. The inflammatory factors IL-17a, IL-6, and ROR-γt 
were also upregulated in the liver of mice fed with P. gingivalis. Lee’s index, spleen index, and 
liver index were also increased.
Conclusion: These results suggest that administrated P. gingivalis evokes inflammation in 
gut, spleen, and liver, which might promote the progression of various systemic diseases.
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Introduction

Periodontitis, an infectious disease that is prevalent 
worldwide, induces damage to the soft and hard 
tissues in the periodontium, which can eventually 
lead to tooth loss [1,2]. Bacterial infection and the 
subsequent immune response are the main causes of 
tissue destruction and bone loss in periodontitis. 
Porphyromonas gingivalis, a Gram-negative anaerobic 
bacterium, possessing a complex of virulence factors 
including gingipains, lipopolysaccharide (LPS), and 
capsular polysaccharides, is a primary periopathogen 
in the initiation and development of periodontitis. 
P. gingivalis is also deemed to be a risk factor for 
various diseases and conditions, including athero
sclerosis [3], rheumatoid arthritis [4], non-alcoholic 
steatohepatitis [5], and Alzheimer’s disease [6]. 
P. gingivalis can also diffuse to distal sites or the 
circulation from local sites of infection [7]. 
Gastrointestinal and hematogenous routes are two 
principle paths through which oral bacteria can trans
locate. The gastrointestinal route is also recognized as 
a means by which oral bacterial can diffuse to the gut. 

Schmidt et al. found that a majority of oral bacteria 
can be transferred to the colorectum in healthy indi
viduals and that higher levels of transmission occur 
in colorectal cancer (CRC) patients [8]. Anatomically, 
the mouth is the beginning of the gastrointestinal 
tract. Oral bacteria can thus transmigrate to the 
intestinal tract together with food, water, and saliva 
[9]. In line with this, periodontitis has been shown to 
be associated with gastrointestinal cancer and inflam
matory bowel disease (IBD) [10,11]. Studies have also 
shown that the total bacterial load and microbial 
richness in the saliva of periodontitis patients are far 
higher than those of healthy individuals [12]. 
Additionally, according to quantitative analyses, 
patients with severe periodontitis swallow approxi
mately 1012–1013 P. gingivalis bacteria per day [13– 
15]. P. gingivalis also can travel to the gut where it 
disrupts the intestinal environment [16,17]; the 
resulting imbalance of intestinal homeostasis can in 
turn lead to a series of systemic diseases. However, 
the effects that P. gingivalis exerts on the gastrointest
inal tract have not been elucidated.
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Strong anatomical and functional interactions 
are known to occur among the gut, spleen, and 
liver. The spleen, as the largest secondary lymphoid 
organ, possesses a wide array of immunological 
functions. Unlike other peripheral immune organs, 
the spleen lacks afferent lymphatics and hence all 
antigens and cells reach the spleen via the blood 
[18]. The surface of the human gastrointestinal 
tract is the primary site at which foreign antigens 
are sensed, leading to promotion of the local gut 
immune response. In the intestinal tract, antigens 
express their intestinal immunomodulatory effects 
first through interaction between antigens and 
immunocompetent cells in the intestinal mucosal 
immune system [19,20]. These gut-derived antigens 
possibly gain access to the systemic circulation, 
where they are endocytosed, processed, and pre
sented by splenic dendritic cells to naïve T cells, 
promoting their transformation to colitogenic effec
tor cells within the spleen [21]. Some studies have 
also shown that the spleen participates in the 
mucosal immune response in the gut [22,23]. 
Because intestinal and splenic blood flow forms 
the portal vein system passing into the liver, the 
antigens and inflammatory factors from intestinal 
and splenic blood can enter the liver [24,25]. In 
addition, the gut and liver communicate via a tight 
bidirectional connection through the biliary tract 
[26]. As the second line of defense, the liver can 
eliminate invading bacteria and bacterial toxins, 
inhibiting the spread of hazardous substances into 
the systemic circulation [27]. Disruption of the 
gut–liver axis breaks the balance between immune 
activation and tolerance. The subsequent immune 
dysfunction exacerbates the pathogenesis and 
development of liver diseases.

Some animal studies have demonstrated that 
P. gingivalis is involved in the progression of non- 
alcoholic fatty liver disease (NAFLD) [28–30]. It 
has also been reported that P. gingivalis-derived 
virulence factors can cause excessive hepatic lipid 
accumulation and inflammatory reaction [31]. 
Besides, injection of P. gingivalis was found to 
induce immune response in the spleens of mice 
[32,33]. However, there has been inadequate 
research on the immune response to periodontal 
pathogens in spleen and liver via the oral–gut axis. 
The findings in the current study showed that 
repeated swallowing of P. gingivalis resulted in 
a change of intestinal microbiota and induction 
of the immunoinflammatory response in the gut, 
spleen, and liver. Our results provide a fresh per
spective on the potential causal mechanisms by 
which periodontitis increases the risk of hepatic 
and systemic inflammation via the oral–gut axis.

Materials and methods

Bacterial cultures

The P. gingivalis W83 strain was provided by the 
Department of Oral Biology, China Medical 
University. The bacteria were inoculated on brain 
heart infusion agar with hemin (5 μg·mL−1), vitamin 
K (1 μg·mL−1), and 5% defibrinated sheep blood. This 
culture was then incubated at 37°C under anaerobic 
conditions (80% N2, 10% H2, 10% CO2) for approxi
mately 6 days. Subsequently, colonies were streaked 
on a fresh medium plate for pure culture and then 
subjected to liquid enrichment for 16–18 h. 
Approximately 109 colony-forming units (CFUs) is 
equivalent to an optical density of 1.0, and the optical 
density was read on an ultraviolet spectrophotometer 
(Spectrumlab 752Pro; Lengguang Technology Co., 
Ltd., Shanghai, China) at a wavelength of 600 nm.

Mice

Six-week-old male C57BL/6 mice were provided by 
Liaoning Changsheng Biotechnology Co., Ltd. 
(Liaoning, China). The mice were raised under specific- 
pathogen-free conditions and fed regular chow and 
sterile water ad libitum during the experimental period. 
All animal procedures complied with the Guide for the 
Care and Use of Laboratory Animals of China Medical 
University (permit number 2,018,078).

Oral administration

After an acclimation period of 1 week, the mice were 
randomized into two groups: a treatment group (SC- 
P. g) and a control group (SC-PBS). A total of 1 × 109 

CFUs of viable P. gingivalis was resuspended in 200 μL 
of phosphate-buffered solution (PBS). In the SC- 
P. g group, this suspension was given to each mouse 
every day for 9 weeks. The SC-PBS group underwent 
sham administration without the P. gingivalis. In the 
experiment, the daily performance and body weight of 
the mice were recorded every day.

Illumina PE250 sequencing and bioinformatic 
analysis

Cecal contents were obtained and immediately frozen at 
−80°C for analysis of the microbial community after the 
9 weeks of treatment. Total genome DNA from the 
samples was extracted using the CTAB/SDS method. 
DNA concentration and purity were monitored on 1% 
agarose gels. The DNA extracts of the samples were used 
to amplify the hypervariable regions V4-V5 of the 16S 
rRNA genes, carried out in 30 µL reactions with 15 µL of 
Phusion®High-Fidelity PCR Master. Then, the PCR 
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products was quantified, qualified (samples with bright 
main strip between 400–450 bp were chosen) and pur
ified with the GeneJET Gel Extraction Kit (Thermo 
Scientific). Prior to high-throughput sequencing, 
a DNA library was prepared. Sequencing libraries were 
generated using the NEB Next®Ultra™DNA Library Prep 
Kit for Illumina (NEB, MA) following the manufacturer’s 
recommendations and index codes were added. At last, 
the library was sequenced on an Illumina MiSeq platform 
and 250 bp/300 bp paired-end reads were generated. 
Sequences analysis were performed by Usearch drive5. 
Sequences with ≥ 97% similarity were assigned to the 
same OTUs. The RDP classifier was used to annotate 
taxonomic information for each representative sequence. 
The alpha and beta diversities calculations were per
formed using Mothur software and R vegan package. 
A LEfSe analysis with non-parametric factorial Kruskal– 
Wallis sum-rank test was used to detect features with 
significantly different abundances between assigned taxa 
and to perform LDA to estimate the effect size of each 
feature. Sequencing and bioinformatics analyses were 
performed by Biozeron Technology Co. (Shanghai, 
China).

Reverse-transcription quantitative polymerase 
chain reaction (RT-qPCR)

Total RNA extraction was performed using the RNAiso 
Plus Reagent Kit (9108Q; Takara Biotechnology Co., Ltd., 
Japan) and reverse-transcribed into complementary 
DNA (cDNA) using the PrimeScriptTM RT Reagent Kit 
with gDNA Eraser (RR047B; Takara Biotechnology Co., 
Ltd.). We used the SYBR1 Premix Ex TaqTM II Reagent 
Kit (RR820B; Takara Biotechnology Co., Ltd.) to perform 
the real-time PCR reactions and used the QuantStudio™ 
Design & Analysis Software to conduct the real-time PCR 
analyses. The following PCR amplification conditions 
were used: initial denaturation at 95°C for 30s, followed 
by 40 cycles at 95°C for 5 s and 60°C for 34s. Specificity 
was confirmed by dissociation curve analysis. 
Amplification of each gene was repeated at least three 
times. Target RNA levels were normalized to the level of 
glyceraldehyde 3-phosphate dehydrogenase (GAPDH) 

mRNA. Table 1 shows the nucleotide sequences of the 
specific primer sequences.

Western blotting

Total proteins of spleen and liver segments were isolated 
using radio immunoprecipitation assay (RIPA) lysis buf
fer (Beyotime Biotechnology, China) supplemented with 
phosphatase inhibitor buffer (1:100). The protein con
centration was quantified with the BCA Protein 
Quantification Kit (Beyotime Biotechnology, China). 
Subsequently, equal amounts of protein (35–40 μg) 
were loaded on the gel together with 4 µL of protein 
ladder and moved onto polyvinylidene difluoride mem
branes electrophoretically. Then membranes were 
immersed in 5% skimmed milk powder in PBS at room 
temperature for 1 h. Subsequently, the membranes were 
incubated with primary antibodies at 4°C overnight. The 
dilutions of primary antibodies were as follows: β-actin at 
1:1,000, IFN-γ at 1:1,000, STAT1 at 1:1,000, p-STAT1 at 
1:1,000, STAT3 at 1:1,000, p-STAT3 at 1:1,500, IRF-1 at 
1:1,000, ROR-γt at 1:2,000, Foxp3 at 1:1,000, F4/80 at 
1:1,000, and CD3 at 1:1,000. After washing three times 
with PBST containing 0.05% Tween-20 the next day, the 
membranes were exposed to the matched secondary anti
body (goat anti-rabbit IgG at 1:1,000) for 1 h. The 
Odyssey CLx Infrared Scanner (LI-COR, Lincoln, NE) 
was used to visualize the immunoreactive bands on mem
branes. For densitometry analysis, images were examined 
using ImageJ software.

Organ indices and Lee’s index

Organ indices was used to represent the degree of 
damage and Lee’s index to evaluate the degree of 
obesity. Livers and spleens of the sacrificed mice 
from each group were obtained and impurities 
observed on the surface of the viscera were removed 
with filter paper. The liver and spleen were weighed 
with precision electronic weighing scales. Liver and 
spleen index was calculated as follows:

Organ indices = Organ weight(g)/Body weight(g) 
× 100

Table 1. Primer sequences in RT-PCR.
Forward Reverse

GAPDH TGTGTCCGTCGTGGATCTGA TTGCTGTTGAAGTCGCAGGAG
IFN-γ CCAAGTTTGAGGTCAACAACCC CGAATCAGCAGCGACTCCTT
TNF-α TCCCAGGTTCTCTTCAAGG CTGGTATGAGATAGCAAATCGG
IL-12a TGCCTTGGTAGCATCTATGAGG CGCAGAGTCTCGCCATTATGAT
IL-18 GACTCTTGCGTCAACTTCAAGG CAGGCTGTCTTTTGTCAACGA
IL-21 CAGGCTAAGAGCTTGTATCGTTTGG AGGACTGGCTGAGTCTTGAGCAC
IRF-1 GTTGTGCCATGAACTCCCTG GTGTCCGGGCTAACATCTCC
CD3 CCTGAAAGCTCGAGTGTGTGAGTA GATGGGCTCATAGTCTGGGTTG
B220 GTTATCCACGCTGCTGCCTCAC TTGGCTGCTGAATGTCTGAGTGTC
F4/80 TGACTCACCTTGTGGTCCTAA CTTCCCAGAATCCAGTCTTTCC
ROR-γt GCCGCGGAGCAGACACACTT GGAGGCCCCCTGGACCTCTG
Foxp3 CAGGAGAAAGCGGATACCAAATG ATCTGTGAGGACTACCGAGCC
IL-17 TCAGCGTGTCCAAACACTGAG CGCCAAGGGAGTTAAAGACTT
IL-6 ACAACCACGGCCTTCCCTACTT CACGATTTCCCAGAGAACATGTG
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Lee’s index = [Weight (g) × 1000] (1/3)/Length (cm) 
(Length refers to the distance from the tip of the nose 
to the anus.)

Histological analysis

After the mice had been sacrificed, colon and liver 
tissues were separated and rapidly fixed in 4% neutral 
buffered formalin solution, embedded in paraffin, 
and then cut into 4-μm-thick paraffin sections. Oil 
Red O staining and hematoxylin and eosin (H&E) 
staining were carried out. The specimens were exam
ined under a light microscope. The lipid area was 
calculated using the color-based thresholding plugin 
of the ImageJ software.

Determination of aspartate aminotransferase 
(ALT), alanine aminotransferase (AST), and 
triglyceride (TG) in serum

In accordance with the manufacturer’s protocols, the 
activation levels of serum ALT, AST, and TG in mice 
were tested using commercial assay kits (IDEXX 
Laboratories, Inc., Westbrook, ME). The levels of 
ALT, AST, and TG are reported in U/L.

Statistical analysis

Statistical analysis was carried out using the 
GraphPad Prism software (version: 8.0; GraphPad 

Software Inc., San Diego, CA). Values are presented 
as mean ± standard deviation (SD). According to 
the normal distribution, parametric or non- 
parametric tests were performed using unpaired 
t-test or Mann-Whitney test was used to determine 
the differences between the two independent 
groups. P values < 0.05 were considered to be sta
tistically significant.

Results

Immune responses to P.gingivalis in the gut

Changes in gut microbiota after P.gingivalis 
administration
The bacterial diversity was significantly decreased in 
SC-P. g mice (4.732 ± 0.176), compared with that in SC- 
PBS mice (5.017 ± 0.169, P < 0.05) (Figure 1 A and D). 
However, no difference in bacterial abundance was 
found between SC-P. g mice (897.358 ± 111.104) and 
SC-PBS mice (939.943 ± 45.941, P > 0.05) (Figure 1B). 
The species distribution in SC-PBS mice was more uni
form than that in SC-P. g mice (Figure 1E).

The difference in the distribution of species abun
dance was greater in the SC-P. g mice than that in SC- 
PBS mice (Figure 1F). The microbiota structure of SC- 
P. g mice was different from that of SC-PBS mice, and the 
heterogeneity among samples of SC-P. g mice was greater 
(Figure 1G). From further analysis of the species distribu
tion, 76 OTUs were found to be unique to SC-P. g mice 

Figure 1.  (continued).
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and 82 were to SC-PBS mice (Figure 1H). At the phylum 
level, the proportion of Bacteroidetes in SC-P. g mice was 
significantly increased, while the proportion of Firmicutes 
was significantly decreased (P < 0.05). At the class level, 
the proportion of Clostridia was markedly decreased in 
SC-P. g mice (P < 0.05). At the order level, the proportion 
of Clostridium in SC-P. g mice was clearly decreased 
(P < 0.05). At the family level, the proportion of 
Muribaculaceae in SC-P. g mice was increased, while 
the proportion of Christensenaceae was decreased 
(P < 0.05). At the genus level, the proportion of 
Ruminococcaceae_NK4A214_group 
was increased in SC-P. g mice, whereas the proportions of 
Eubacterium_nodatum_group, Ruminococcaceae_U-CG 
_009, Tyzzerella, Dubosiella, 
Lachnospiraceae_FCS020_group, Tyzzerella_3, and 
Marvinbryantia were decreased (P < 0.05) (Figure 1I 
and J).

Intestinal inflammation after P.gingivalis 
administration
H&E staining of colonic tissue showed no significant 
differences in goblet cell morphology and intestinal 
mucosal structure between the SC-PBS group and 
SC-P. g group. The infiltrated inflammatory cells in 
lamina propria were significantly more increased in 
the SC-P. g mice than in SC-PBS mice (Figure 2A).

The RT-qPCR data indicated that the mRNA levels 
of the tumor necrosis factor (TNF)-α, interferon reg
ulatory factor (IRF)-1, and interferon (IFN)-γ in 
colonic tissue of SC-P. g mice were significantly 
increased (TNF-α: P < 0.01; IRF-1: P < 0.05; IFN-γ: 
P < 0.001) (Figure 2B), while the expression of CD3, 
F4/80, and B220 genes showed no marked change 
between the two groups (Figure 2B).

Immune responses to P.gingivalis in the spleen

Compared with that in the SC-PBS group, the spleen 
index was markedly higher in the SC-P. g group 
(P < 0.05) (Figure 3A). mRNA and protein levels of 
IFN-γ and IRF-1 were upregulated in the spleen 
samples of the SC-P. g mice (IFN-γ: P < 0.05; IRF- 
1: P < 0.01) (Figure 3 B and C). The levels of activa
tion (reflected by phosphorylation) of signal transdu
cer and activator of transcription (STAT)1 and 
STAT3, downstream signaling molecules of the IFN- 
γ pathway, were also examined. The results proved 
that the phosphorylation level of STAT1 in the spleen 
of SC-P. g mice was increased (P < 0.05), but no 
significant difference in the phosphorylation level of 
STAT3 was found (Figure 3D). According to the 
complete blood cell count analysis, the counts of 
white blood cells, lymphocytes and neutrophils were 

Figure 1.  Analysis of the intestinal microbiota in the SC-PBS group and SC-P. g group. (n = 5). (A–E) Alpha diversity of the 
intestinal microbiota, including the diversity estimators (Shannon, Shannon-Wiener curve, and coverage) and richness estimators 
(Chao1 and rank-abundance distribution curve). (F, G) Beta diversity of the intestinal microbiota, including the distance 
heatmap and principal coordinates analysis. (H–J) Species composition and diversity, including Venn diagram of common 
and unique OTUs, cladogram, and linear discriminant analysis (LDA) score. * indicates a significant difference (P < 0.05). control: 
SC-PBS; case 1: SC-P. g. (two-tailed unpaired t-test).
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significantly increased in the blood of the SC- 
P. g mice (Figure S1).

Immune responses to P.gingivalis in the liver

Inflammatory changes in the liver after P.gingivalis 
administration
Compared with those in the SC-PBS group, Lee’s 
index (P < 0.05) and liver index (P < 0.01) were 
significantly higher in the SC-P. g group (Figure 4 
A and B). AST, ALT, and TG were detected, and 
the levels of AST and TG showed increasing trends 
in serum of SC-P. g mice, but without statistical 
significance (Figure 4 C-E). Upon analyzing the 
H&E staining of liver tissue, there was no steatosis 

in the liver tissue of SC-PBS mice, with no tissue 
damage. The liver lobules were intact and cells 
were distributed radially around the central vein. 
By contrast, some of the hepatocytes were structu
rally disordered in the liver tissue of SC-P. g mice 
(Figure 4F). In addition, Oil Red O staining showed 
that steatosis was more extensive in the liver tissue 
of SC-P. g mice than in that of SC-PBS mice 
(P < 0.05) (Figure 4 G and H).

Changes of hepatic immune cells after P.gingivalis 
administration
The RT-qPCR results revealed that interleukin (IL)- 
17a, IL-6 and retinoic acid receptor-related orphan 
nuclear receptor gamma t (ROR-γt) were upregulated 

Figure 2.  Analysis of intestinal inflammation in the SC-PBS group and SC-P. g group. (n = 5). (A) Representative images of 
colonic tissue stained by H&E. The images were taken at the magnification of 100× and 200 × . (B) mRNA expression of 
inflammatory factors in the colon. *, **, and *** indicate significant differences of P < 0.05, P < 0.01, and P < 0.001 compared 
with the SC-PBS group, respectively. (two-tailed unpaired t-test).
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and the forkhead/winged-helix family transcriptional 
repressor p3 (Foxp3) was downregulated in the liver 
tissues of SC-P. g mice (IL-17a and ROR-γt: P < 0.05; 
IL-6: P < 0.01) (Figure 5 A-D). However, the protein 
expression levels of ROR-γt, Foxp3, F4/80, and CD3 
showed no changes between the SC-P. g group and 
SC-PBS group (Figure 5 E and F).

Discussion

The results of the current study demonstrated the 
observable alteration of the gut microbiota and 
inflammation in gut, spleen, and liver following the 
oral administration of P. gingivalis. In the gut and 
spleen, a predominant Th1 response was evident and 
inflammatory responses were present in the liver.

Figure 3.  Analysis of splenic inflammation in the SC-PBS group and SC-P. g group. (n = 5). (A) the spleen index. (B) mRNA 
expression of inflammatory factors in the spleen. (C) protein levels of IFN-γ and IRF-1 in the spleen. (D) phosphorylation levels of 
STAT1 and STAT3 in the spleen. * and ** indicate significant differences at P < 0.05 and P < 0.01 compared with SC-PBS, 
respectively. (two-tailed unpaired t-test).
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The intestinal microbiota, as the biological bar
rier of the gut, performs certain basic functions 
[20]. Accumulating evidence has shown that distur
bance of the intestinal microbiota is closely related 
to various diseases, such as IBD and NAFLD [34]. 

Invasion of foreign pathogenic bacteria is one of the 
most important factors disrupting the intestinal 
microbiota. In this study, the intestinal microbiota 
was found to be significantly changed in SC- 
P. g mice, with a decrease in bacterial diversity, 

Figure 4.  Analysis of hepatic inflammation in the SC-PBS group and SC-P. g group. (n = 5). (A, B) Lee’s index and liver index. 
(C-E) The levels of ALT, AST, and TG in serum. (F) Representative images of liver tissue stained by H&E. The images were taken 
at the magnification of 200 × (scale bar, 200 µm). Black arrows indicate ballooning degeneration. (G) Representative images of 
liver tissue with Oil Red O staining. The images were taken at the magnification of 200 × (scale bar, 200 µm). (H) lipid (%) were 
quantified by the percent of lipid area to total area and performed by ImageJ software. Statistical analyses were performed 
using the Mann-Whitney U test (A, E, and H) and two-tailed unpaired t-test (B, C, and D). * and ** indicate significant differences 
at P < 0.05 and P < a 0.01 compared with SC-PBS, respectively.
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which is known to be associated with intestinal 
inflammation and hepatic diseases [35]. 
Bacteroidetes and Firmicutes are the dominant 
microbiota in the gut [36]. Here, the ratio of 
Bacteroidetes to Firmicutes was found to be 
increased in SC-P. g mice, which is consistent with 
the literature [17,37]. In hepatic diseases, the pro
portion of Firmicutes was reported to be decreased 
and that of Bacteroidetes was increased [38,39]. The 
gut microbes, their components or their metabo
lites, e.g. short-chain fatty acids (SCFAs), trimethy
lamine and bile acids, generated in the gut can enter 

the circulation and effectively launch an inflamma
tory response on both a local and systemic scale 
[40]. Ruminococcaceae, Lachnospiraceae, and 
Marvinbryantia boost the production of SCFAs 
[41–43]. Clostridium and Eubacterium participate 
in the conversion of primary bile acids into second
ary bile acids. The family Christensenellaceae is sig
nificantly related to individual variation in the body 
mass index and to blood levels of TG and high- 
density lipoprotein [44]. Our findings demonstrated 
that the relative abundances of the above bacterial 
species were decreased in SC-P. g mice, which 

Figure 5.  Analysis of hepatic inflammatory cell markers in the SC-PBS group and SC-P. g group. (n = 5). (A-D) mRNA expression 
of inflammatory markers in liver tissue in mice. (E, F) Protein levels of inflammatory cell markers in liver. Statistical analyses were 
performed using the Welch’s t-test (A) and unpaired t-test (B-F). * and ** indicate significant differences at P < 0.05 and P < 0.01 
compared with SC-PBS, respectively.
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might have caused the intestinal and systemic 
inflammation.

Inflammatory infiltration in the gut is also an 
important pathologic change induced by oral admin
istration of P. gingivalis. The mRNA levels of TNF-α, 
IFN-γ, and IRF-1 were elevated in the gut of SC- 
P. g mice. TNF-α and IFN-γ are canonical Th1 cyto
kines. TNF-α, as a pleiotropic cytokine, has been 
shown to correlate with numerous intestinal diseases 
such as active celiac disease and IBD [45,46]. Some 
studies have also demonstrated the overexpression of 
intestinal TNF-α in patients with Crohn’s disease 
[47–49], and anti-TNF-α antibody treatment has 
been used to treat patients with IBD [50,51]. In 
mucosal tissues of murine colitis models and IBD 
patients, the level of IFN-γ is highly upregulated. 
The pathophysiological role of IFN-γ in mucosal 
tissues of IBD has been ascribed to its immunomo
dulatory or epithelial effects [52,53]. IRF-1, the first 
member of the IFN regulatory factor family, exerts 
effects in various physiological and pathological con
texts including inflammatory injury, viral infection, 
development of the immune system, and autoimmu
nity [54]. We demonstrated the induction of IRF-1 
mRNA expression in the gut of SC-P. g mice, con
sistent with IFN-γ-initiated signaling events. Thus, 
orally administered P. gingivalis markedly affected 
the intestinal physiological environment of mice in 
the current study.

Disorders of the intestinal microbiota and immune 
response are often accompanied by impaired intest
inal barrier function. We examined the expression 
levels of tight junction proteins in the colon but 
found no changes (data unpublished). We speculated 
that P. gingivalis might induce abnormal distribution 
of tight junction proteins rather than their content 
change. Further studies are needed to clarify the 
effect of P. gingivalis on the colonic barrier. In addi
tion to the alteration of the gut microbial composi
tion by swallowed P. gingivalis, proposed mechanisms 
for swallowed P. gingivalis inducing intestinal inflam
mation have also included the direct effect of 
P. gingivalis on the gut. P. gingivalis can disrupt the 
innate immune and inflammatory responses using 
a range of virulence factors [55]. However, relevant 
studies are still few and the mechanism is inconclu
sive in the gut. It remains to be elucidated whether 
a direct cause-and-effect relationship exists between 
P. gingivalis and immune response in the gut.

The spleen maintains peripheral tolerance and 
modulates the immune system by clearing circulating 
apoptotic cells and promoting the differentiation and 
activation of T and B cells [56]. Its pathological 
changes mostly reflect the activation of systemic 
inflammation [57,58]. Evidence has shown that hepa
tic and splenic activities are linked to immunity, 
infections, and metabolism [59]. In our study, the 

expression levels of inflammatory cytokines were 
markedly upregulated in the spleen, and the IFN-γ/ 
STAT1 pathway was abnormally activated. STAT1, 
a signal transduction protein, modulates the biologi
cal function of IFN-γ. Cytokines such as IFN-γ acti
vate STAT1 by inducing the phosphorylation of one 
of its tyrosine residues (Tyr701) [60]. After forming 
a homodimer or heterodimer, p-STAT1 translocates 
from the cytoplasm to the nucleus and binds to gene 
promoters containing specific binding elements to 
regulate the expression of interferon-stimulated 
genes (ISGs) [61,62]. Abnormal activation of the 
IFN-γ/STAT1 pathway has made it a focus of 
research on inflammatory diseases [63]. As 
a member of the ISGs, IRF-1 is a downstream tran
scription factor in the IFN-γ/STAT1 pathway. 
Researchers have found that IFN-γ/STAT1 signaling 
can inhibit the differentiation and function of Treg 
cells, in which IRF-1 may exert important effects [64]. 
Because the spleen is considered to be a peripheral 
immune organ, splenic inflammation means that the 
systemic immune response is activated. The conclu
sion was further supported by the increased blood 
cell count of lymphocytes and neutrophils (Figure 
S1), higher organ indices (including those of liver 
and spleen) and higher Lee’s index in P. gingivalis- 
administered mice.

As the central metabolic hub, the liver regulates 
the balance between nutritional inputs and metabolic 
outputs. AST and ALT are important amino acid 
transaminases in the body, the plasma levels of both 
of which are sensitive indicators that can reflect 
damage to liver cells [65]. Besides, the accumulation 
of TG has been implicated in the pathogenesis of 
insulin resistance and could act as a metabolic marker 
in the liver [66]. In our study, the AST and TG 
plasma levels were slightly increased in SC- 
P. g mice, albeit not significantly. A previous study 
using multivariable linear regression analyses found 
that periodontitis is significantly associated with 
serum AST and ALT levels in healthy Japanese 
women (20–59 years old) [67]. In another previous 
study, a significant link between ALT level 
(68.5 ± 9.4 years old) and serum IgG antibody titer 
against P. gingivalis was identified in women, but not 
in men [68]. Moreover, in patients with NAFLD, no 
significant differences in serum ALT and AST levels 
were observed between patients with and without 
P. gingivalis detected in saliva [69]. There are incon
sistent findings regarding the changes of AST, ALT, 
and TG in the published literature, possibly due to 
multiple factors such as sex hormones and age.

In the present study, the results of H&E staining 
and Oil Red O staining showed hepatocyte ballooning 
and lipid accumulation in SC-P. g mice. Abnormal 
lipid accumulation and hepatocyte ballooning are 
pathological characteristics of hepatic steatosis, 
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which can develop into NAFLD and nonalcoholic 
steatohepatitis in severe cases. Multiple factors such 
as alterations to the intestinal microbiota, gut barrier 
dysfunction, and obesity contribute to hepatic steato
sis and inflammation [70]. We proved that 
P. gingivalis induced the disruption of intestinal 
homeostasis and led to weight gain (data not 
shown), which could trigger hepatic steatosis. Treg 
cells and Th17 cells are two distinct subpopulations 
of Th1 and Th2 cells, which exert opposing effects on 
immune reactions [71]. The maintenance of an 
appropriate balance between anti-inflammatory 
Tregs and pro-inflammatory Th17 cells may be 
important for immune homeostasis. Destabilization 
of this equilibrium may give rise to autoimmunity 
and chronic inflammation [72]. Th17 cells are com
monly reported as the major IL-17a-secreting cells 
[73]. IL-17a is a critical proinflammatory and tumor 
promoting cytokine that regulates de novo lipogen
esis and chemokine production in metabolically 
injured hepatocytes. The overactivation of the IL-17 
axis could facilitate the liver damage in diverse con
texts [74,75]. IL-6, a key immunomodulator, partici
pates in the differentiation of naïve or Treg cells into 
Th17 cells. IL-6 acts synergistically with TGF-β to 
induce the expression of the transcription factor 
ROR-γt, promoting Th17 differentiation [76,77]. In 
our study, the gene expression levels of IL-17a, IL-6, 
and ROR-γt in the liver were significantly increased 
in SC-P. g mice. The elevation of IL-17a and IL-6 
induced by orally administrated P. gingivalis might 
activate the inflammatory response in liver. However, 
we did not observe changes in the levels of ROR-γt 
and Foxp3 proteins, probably because the young mice 
used in this study had strong immunity against bac
terial infection. Clinically, patients with periodontal 
disease are typically middle-aged or elderly, with 
compromised immunity. In the current study, the 
subtle equilibrium of Th17/Treg cells was skewed 
toward Th17 cells. P. gingivalis might thus disrupt 
the Th17/Treg balance, making the liver susceptible 
to inflammation. Our data confirmed that orally 
administered P. gingivalis could induce hepatic 
inflammatory injury, which drives the progression 
of hepatic diseases.

Although animal models used so far do not perfectly 
recapitulate patients with periodontitis, they have led to 
the discovery of important concepts in its pathogenesis. 
At present, experimental animal models can be made by 
oral inoculation, oral gavage or intraperitoneal injection 
of P. gingivalis or its virulence factors to study the 
pathogenic effects of periodontal pathogens on diges
tive system diseases. In view of the close relationship 
between the oral cavity and gut anatomically and phy
siologically, we believe that it is a good choice to model 
the intestinal environment of patients with periodonti
tis by using oral gavage in mice.

Of course, the present study has some limitations 
that could be addressed in future research. In this trial, 
we focused mainly on the immune response induced by 
P. gingivalis in the colon, but not the small intestine, 
aiming to explore the potential link between period
ontitis and IBD. Because the small intestine plays 
a major role in digestion and has a close connection 
with the liver anatomically and physiologically [78,79], 
it is most likely to be involved in the extra-intestinal and 
systemic immunoinflammatory responses induced by 
periodontal pathogens. Therefore, further investigation 
is needed to verify this conjecture. In addition, enlar
ging the sample size should also be an important con
sideration in future research.

In summary, the current study demonstrated disor
dered gut microbiota and disequilibrium of immune 
responses in gut, spleen, and liver caused by orally 
administered P. gingivalis in mice. The results also 
showed that Th1 cells and Th1-related molecules 
(IFN-γ and TNF-α) in gut and spleen were increased 
upon P. gingivalis administration. However, the exact 
mechanisms behind these findings have yet to be clar
ified. Our results may provide a fresh perspective on the 
effects of oral pathogens on systemic inflammation. The 
findings might also lead to therapeutic and preventive 
targets in the treatment of systemic inflammation.

Acknowledgments

Natural Science Foundation of Liaoning Province 
(20180551232) and Science and Technology Project of 
Shenyang (F16-102-4-00).

Disclosure statement

No potential conflict of interest was reported by the author(s).

Funding

This work was supported by the Natural Science 
Foundation of Liaoning province [20180551232]; Science 
and Technology Project of Shenyang [F16-102-4-00].

Author contributions

YL, KD, NL and YK made substantial contributions to the 
conception and design of the study. YL, WH, KD and NL 
performed the experiments. XL, MZ and JM analyzed the 
data. YL, JW, MX, XL, JL and YK participated in drafting 
the article. YL and YK gave final approval of the version to 
be submitted and revised versions.

References

[1] Pihlstrom BL, Michalowicz BS, Johnson NW. 
Periodontal diseases[J]. Lancet. 2005;366 
(9499):1809–1820.

[2] Nassar H, Kantarci A, Van Dyke TE. Diabetic period
ontitis: a model for activated innate immunity and 

JOURNAL OF ORAL MICROBIOLOGY 11



impaired resolution of inflammation[J]. Periodontol 
2000. 2007;43:233–244.

[3] Bale BF, Doneen AL, Vigerust DJ. High-risk period
ontal pathogens contribute to the pathogenesis of 
atherosclerosis[J]. Postgrad Med J. 2017;93 
(1098):215–220.

[4] González-Febles J, Sanz M. Periodontitis and rheuma
toid arthritis: what have we learned about their con
nection and their treatment?[J]. Periodontol 2000. 
2021;87(1):181–203.

[5] Nagasaki A, Sakamoto S, Arai T, et al. Elimination of 
Porphyromonas gingivalis inhibits liver fibrosis and 
inflammation in NASH[J]. J Clin Periodontol. 
2021;48(10):1367–1378.

[6] Elwishahy A, Antia K, Bhusari S, et al. 
Porphyromonas gingivalis as a risk factor to alzhei
mer’s disease: a systematic review[J]. J Alzheimers Dis 
Rep. 2021;5(1):721–732.

[7] Mulhall H, Huck O, Amar S. Porphyromonas gingivalis, a 
Long-Range Pathogen: systemic Impact and Therapeutic 
Implications[J]. Microorganisms. 2020;8:6.

[8] Schmidt TS, Hayward MR, Coelho LP, et al. Extensive 
transmission of microbes along the gastrointestinal 
tract[J]. Elife. 20198:e42693 doi:10.7554/eLife.42693.

[9] Lira-Junior R, Boström EA. Oral-gut connection: one 
step closer to an integrated view of the gastrointestinal 
tract?[J]. Mucosal Immunol. 2018;11(2):316–318.

[10] Lorenzo D, GianVincenzo Z, Carlo Luca R, et al. Oral- 
gut microbiota and arthritis: is there an 
evidence-based axis?[J]. J Clin Med. 2019;8:10.

[11] Byrd KM, Gulati AS. The “Gum-Gut” axis in inflam
matory bowel diseases: a hypothesis-driven review of 
associations and advances[J]. Front Immunol. 
2021;12:620124.

[12] Shi C, Cai L, Xun Z, et al. Metagenomic analysis of the 
salivary microbiota in patients with caries, periodon
titis and comorbid diseases[J]. J Dent Sci. 2021;16 
(4):1264–1273.

[13] He J, Huang W, Pan Z, et al. Quantitative analysis of 
microbiota in saliva, supragingival, and subgingival plaque 
of Chinese adults with chronic periodontitis[J]. Clin Oral 
Investig. 2012;16(6):1579–1588.

[14] Boutaga K, Savelkoul PH, Winkel EG, et al. 
Comparison of subgingival bacterial sampling with 
oral lavage for detection and quantification of period
ontal pathogens by real-time polymerase chain 
reaction[J]. J Periodontol. 2007;78(1):79–86.

[15] Saygun I, Nizam N, Keskiner I, et al. Salivary infec
tious agents and periodontal disease status[J]. 
J Periodontal Res. 2011;46(2):235–239.

[16] Arimatsu K, Yamada H, Miyazawa H, et al. Oral 
pathobiont induces systemic inflammation and meta
bolic changes associated with alteration of gut 
microbiota[J]. Sci Rep. 2014;4:4828.

[17] Nakajima M, Arimatsu K, Kato T, et al. Oral 
Administration of P. gingivalis Induces Dysbiosis of 
Gut Microbiota and Impaired Barrier Function 
Leading to Dissemination of Enterobacteria to the 
Liver[J]. PLoS One. 2015;10(7):e0134234.

[18] Lewis SM, Williams A, Eisenbarth SC. Structure and 
function of the immune system in the spleen[J]. Sci 
Immunol. 2019;4:33.

[19] Zha XQ, Zhao HW, Bansal V, et al. Immunoregulatory 
activities of dendrobium huoshanense polysaccharides in 
mouse intestine, spleen and liver[J]. Int J Biol Macromol. 
2014;64:377–382.

[20] Liu Y, Huang W, Wang J, et al. Multifaceted impacts 
of periodontal pathogens in disorders of the intestinal 
barrier[J]. Front Immunol. 2021;12:693479.

[21] Takebayashi K, Koboziev I, Ostanin DV, et al. Role of 
the gut-associated and secondary lymphoid tissue in 
the induction of chronic colitis[J]. Inflamm Bowel Dis. 
2011;17(1):268–278.

[22] Weiberg D, Basic M, Smoczek M, et al. Participation 
of the spleen in the IgA immune response in the 
gut[J]. PLoS One. 2018;13(10):e0205247.

[23] Spencer J, Dogan A. A common migratory highway 
between human spleen and mucosa-associated lym
phoid tissues; data from nature’s own experiments[J]. 
Mucosal Immunol. 2009;2(5):380–382.

[24] Spadoni I, Zagato E, Bertocchi A, et al. A gut-vascular 
barrier controls the systemic dissemination of 
bacteria[J]. Science. 2015;350(6262):830–834.

[25] Fonseca MT, Moretti EH, Marques LMM, et al. A 
leukotriene-dependent spleen-liver axis drives TNF 
production in systemic inflammation[J]. Sci Signal. 
2021;14:679.

[26] Tripathi A, Debelius J, Brenner DA, et al. The 
gut-liver axis and the intersection with the 
microbiome[J]. Nat Rev Gastroenterol Hepatol. 
2018;15(7):397–411.

[27] Sun J, Zhang J, Wang X, et al. Gut-liver crosstalk in 
sepsis-induced liver injury[J]. Crit Care. 2020;24(1):614.

[28] Fujita M, Kuraji R, Ito H, et al. Histological effects and 
pharmacokinetics of lipopolysaccharide derived from 
Porphyromonas gingivalis on rat maxilla and liver con
cerning with progression into non-alcoholic 
steatohepatitis[J]. J Periodontol. 2018;89(9):1101–1111.

[29] Kuraji R, Ito H, Fujita M, et al. Porphyromonas gin
givalis induced periodontitis exacerbates progression 
of non-alcoholic steatohepatitis in rats[J]. Clin Exp 
Dent Res. 2016;2(3):216–225.

[30] Nakahara T, Hyogo H, Ono A, et al. Involvement of 
Porphyromonas gingivalis in the progression of 
non-alcoholic fatty liver disease[J]. J Gastroenterol. 
2018;53(2):269–280.

[31] Ding LY, Liang LZ, Zhao YX, et al. Porphyromonas 
gingivalis-derived lipopolysaccharide causes excessive 
hepatic lipid accumulation via activating NF-κB and 
JNK signaling pathways[J]. Oral Dis. 2019;25 
(7):1789–1797.

[32] Gemmell E, Winning T A, Bird P S, et al. Cytokine 
profiles of lesional and splenic T cells in 
Porphyromonas gingivalis infection in a murine 
model[J]. J Periodontol. 1998;69(10):1131–1138.

[33] Cai Y, Kobayashi R, Hashizume-Takizawa T, et al. 
Porphyromonas gingivalis infection enhances Th17 
responses for development of atherosclerosis[J]. Arch 
Oral Biol. 2014;59(11):1183–1191.

[34] Mandato C, Delli Bovi AP, Vajro P. The gut-liver axis 
as a target of liver disease management[J]. 
Hepatobiliary Surg Nutr. 2021;10(1):100–102.

[35] Liang Q, Zhang M, Hu Y, et al. Gut microbiome con
tributes to liver fibrosis impact on t cell receptor 
immune repertoire[J]. Front Microbiol. 2020;11:571847.

[36] Tap J, Mondot S, Levenez F, et al. Towards the human 
intestinal microbiota phylogenetic core[J]. Environ 
Microbiol. 2009;11(10):2574–2584.

[37] Kramer CD, Simas AM, He X, et al. Distinct roles for 
dietary lipids and Porphyromonas gingivalis infection 
on atherosclerosis progression and the gut 
microbiota[J]. Anaerobe. 2017;45:19–30.

12 Y. LIU ET AL.

https://doi.org/10.7554/eLife.42693


[38] Philips CA, Augustine P, Yerol PK, et al. Modulating 
the intestinal microbiota: therapeutic opportunities in 
liver disease[J]. J Clin Transl Hepatol. 2020;8 
(1):87–99.

[39] Schnabl B, Brenner DA. Interactions between the 
intestinal microbiome and liver diseases[J]. 
Gastroenterology. 2014;146(6):1513–1524.

[40] Lo BC, Chen GY, Núñez G, et al. Gut microbiota and 
systemic immunity in health and disease[J]. 
Int Immunol. 2021;33(4):197–209.

[41] Jia W, Rajani C, Xu H, et al. Gut microbiota altera
tions are distinct for primary colorectal cancer and 
hepatocellular carcinoma[J]. Protein Cell . 
2020.12:374–93.

[42] Louis P, Flint HJ. Formation of propionate and buty
rate by the human colonic microbiota[J]. Environ 
Microbiol. 2017;19(1):29–41.

[43] Baxter NT, Schmidt AW, Venkataraman A, et al. 
Dynamics of human gut microbiota and short-chain 
fatty acids in response to dietary interventions with 
three fermentable Fibers[J]. mBio. 2019;10:1.

[44] Li X, Li Z, He Y, et al. Regional distribution of 
Christensenellaceae and its associations with meta
bolic syndrome based on a population-level 
analysis[J]. PeerJ. 2020;8:e9591.

[45] Marafini I, Monteleone I, Di Fusco D, et al. TNF-α 
producing innate lymphoid cells (ILCs) are increased 
in active celiac disease and contribute to promote 
intestinal atrophy in mice[J]. PLoS One. 2015;10(5): 
e0126291.

[46] Kalliolias GD, Ivashkiv LB. TNF biology, pathogenic 
mechanisms and emerging therapeutic strategies[J]. 
Nat Rev Rheumatol. 2016;12(1):49–62.

[47] Paredes JM, Moreno N, Latorre P, et al. Clinical 
impact of sonographic transmural healing after anti- 
TNF antibody treatment in patients with Crohn’s 
disease[J]. Dig Dis Sci. 2019;64(9):2600–2606.

[48] Braegger CP, Nicholls S, Murch SH, et al. Tumour 
necrosis factor alpha in stool as a marker of intestinal 
inflammation[J]. Lancet. 1992;339(8785):89–91.

[49] Murch SH, Braegger CP, Walker-Smith JA, et al. 
Location of tumour necrosis factor alpha by immuno
histochemistry in chronic inflammatory bowel 
disease[J]. Gut. 1993;34(12):1705–1709.

[50] Monaco C, Nanchahal J, Taylor P, et al. Anti-TNF 
therapy: past, present and future[J]. Int Immunol. 
2015;27(1):55–62.

[51] Reibetanz J, Germer CT. [Anti-TNF antibodies in 
prevention and treatment of postoperative recurrence 
of Crohn’s disease][J]. Chirurg. 2015;86(5):498.

[52] Langer V, Vivi E, Regensburger D, et al. IFN-γ drives 
inflammatory bowel disease pathogenesis through VE- 
cadherin-directed vascular barrier disruption[J]. J Clin 
Invest. 2019;129(11):4691–4707.

[53] Beaurepaire C, Smyth D, McKay DM. Interferon- 
gamma regulation of intestinal epithelial 
permeability[J]. J Interferon Cytokine Res. 2009;29 
(3):133–144.

[54] Dou L, Liang HF, Geller DA, et al. The regulation role 
of interferon regulatory factor-1 gene and clinical 
relevance[J]. Hum Immunol. 2014;75(11):1110–1114.

[55] Meghil MM, Ghaly M, Cutler CW. A tale of two 
fimbriae: how invasion of dendritic cells by porphyr
omonas gingivalis disrupts DC maturation and depo
larizes the T-cell-mediated immune response[J]. 
Pathogens. 2022;11:3.

[56] Tarantino G, Savastano S, Capone D, et al. Spleen: 
a new role for an old player?[J]. World 
J Gastroenterol. 2011;17(33):3776–3784.

[57] Papa MZ, Shiloni E, Vetto JT, et al. Surgical morbidity 
in patients with systemic lupus erythematosus[J]. Am 
J Surg. 1989;157(3):295–298.

[58] Curovic Rotbain E, Lund Hansen D, Schaffalitzky de 
Muckadell O; Schaffalitzky de Muckadell O, et al. 
Splenomegaly - Diagnostic validity, work-up and under
lying causes[J]. PLoS One. 2017;12(11):e0186674.

[59] Keramida G, Dunford A, Kaya G, et al. Hepato- 
splenic axis: hepatic and splenic metabolic activities 
are linked[J]. Am J Nucl Med Mol Imaging. 2018;8 
(3):228–238.

[60] Ma B, Chen K, Liu P, et al. Dichotomal functions of 
phosphorylated and unphosphorylated STAT1 in 
hepatocellular carcinoma[J]. J Mol Med (Berl). 
2019;97(1):77–88.

[61] Gambin A, Charzyńska A, Ellert-Miklaszewska A, 
et al. Computational models of the JAK1/2-STAT1 
signaling[J]. Jakstat. 2013;2(3):e24672.

[62] Bousoik E, Montazeri Aliabadi H. “Do we know Jack” 
about JAK? A closer look at JAK/STAT signaling 
pathway[J]. Front Oncol. 2018;8:287.

[63] Buccione C, Fragale A, Polverino F, et al. Role of 
interferon regulatory factor 1 in governing Treg deple
tion, Th1 polarization, inflammasome activation and 
antitumor efficacy of cyclophosphamide[J]. 
Int J Cancer. 2018;142(5):976–987.

[64] Shevyrev D, Treg Heterogeneity TV. Function, and 
Homeostasis[J]. Front Immunol. 2019;10:3100.

[65] Huang H, Chen S, Li H, et al. The association between 
markers of liver injury and clinical outcomes in 
patients with COVID-19 in Wuhan[J]. Aliment 
Pharmacol Ther. 2020;52(6):1051–1059.

[66] Samuel VT, Shulman GI. The pathogenesis of insulin 
resistance: integrating signaling pathways and sub
strate flux[J]. J Clin Invest. 2016;126(1):12–22.

[67] Saito T, Shimazaki Y, Koga T, et al. Relationship between 
periodontitis and hepatic condition in Japanese 
women[J]. J Int Acad Periodontol. 2006;8(3): 89–95

[68] Takamisawa K, Sugita N, Komatsu S, et al. Association 
between serum IgG antibody titers against 
Porphyromonas gingivalis and liver enzyme levels: a 
cross-sectional study in Sado Island[J]. Heliyon. 
2020;6(11):e05531.

[69] Yoneda M, Naka S, Nakano K, et al. Involvement of 
a periodontal pathogen, Porphyromonas gingivalis on 
the pathogenesis of non-alcoholic fatty liver disease[J]. 
BMC Gastroenterol. 2012;12:16.

[70] Gerges SH, Wahdan SA, Elsherbiny DA, et al. Non- 
alcoholic fatty liver disease: an overview of risk fac
tors, pathophysiological mechanisms, diagnostic pro
cedures, and therapeutic interventions[J]. Life Sci. 
2021;271:119220.

[71] Liu C, Yang H, Shi W, et al. MicroRNA-mediated 
regulation of T helper type 17/regulatory T-cell bal
ance in autoimmune disease[J]. Immunology. 
2018;155(4):427–434.

[72] Mo C, Zeng Z, Deng Q, et al. Imbalance between 
T helper 17 and regulatory T cell subsets plays 
a significant role in the pathogenesis of systemic 
sclerosis[J]. Biomed Pharmacother. 2018;108:177–183.

[73] Beringer A, Miossec P. IL-17 and IL-17-producing cells 
and liver diseases, with focus on autoimmune liver 
diseases[J]. Autoimmun Rev. 2018;17(12):1176–1185.

JOURNAL OF ORAL MICROBIOLOGY 13



[74] Harley IT, Stankiewicz TE, Giles DA, et al. IL-17 signaling 
accelerates the progression of nonalcoholic fatty liver dis
ease in mice[J]. Hepatology. 2014;59(5):1830–1839.

[75] Gomes AL, Teijeiro A, Burén S, et al. Metabolic 
Inflammation-Associated IL-17A causes 
non-alcoholic steatohepatitis and hepatocellular 
carcinoma[J]. Cancer Cell. 2016;30(1):161–175.

[76] Zhao L, Qiu DK, Ma X. Th17 cells: the emerging 
reciprocal partner of regulatory T cells in the liver[J]. 
J Dig Dis. 2010;11(3):126–133.

[77] Kimura A, Kishimoto TIL-6. regulator of Treg/Th17 
balance[J]. Eur J Immunol. 2010;40(7):1830–1835.

[78] Ogobuiro I, Gonzales J, Tuma F. Physiology, 
Gastrointestinal [M]. StatPearls. Treasure Island (FL); 
StatPearls Publishing Copyright ©2021. StatPearls 
Publishing LLC; 2021.

[79] Gelberg HB. Comparative anatomy, physiology, and 
mechanisms of disease production of the esophagus, 
stomach, and small intestine[J]. Toxicol Pathol. 
2014;42(1):54–66.

14 Y. LIU ET AL.


	Abstract
	Introduction
	Materials and methods
	Bacterial cultures
	Mice
	Oral administration
	Illumina PE250 sequencing and bioinformatic analysis
	Reverse-transcription quantitative polymerase chain reaction (RT-qPCR)
	Western blotting
	Organ indices and Lee’s index
	Histological analysis
	Determination of aspartate aminotransferase (ALT), alanine aminotransferase (AST), and triglyceride (TG) in serum
	Statistical analysis

	Results
	Immune responses to P.gingivalis in the gut
	Changes in gut microbiota after P.gingivalis administration
	Intestinal inflammation after P.gingivalis administration

	Immune responses to P.gingivalis in the spleen
	Immune responses to P.gingivalisin the liver
	Inflammatory changes in the liver after P.gingivalis administration
	Changes of hepatic immune cells after P.gingivalis administration


	Discussion
	Acknowledgments
	Disclosure statement
	Funding
	Author contributions
	References

