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Abstract
Fusobacterium nucleatum (F. nucleatum) is the early pathogenic colonizer of periodontitis, while the host
response to this pathogen infection remains unclear yet. In this study, we built the F. nucleatum infectious
model with human periodontal ligament stem cells (PDLSCs) and showed that F. nucleatum could inhibit
proliferation, facilitates apoptosis, ferroptosis, and in�ammatory cytokines production in a dose-
dependent manner. F. nucleatum adhesin FadA acted as a proin�ammatory virulence factor and
increased the expression of IL-1β, IL-6 and IL-8. Further study showed FadA could bind with PEBP1 to
active Raf1-MAPK and IKK-NF-κB signaling pathways. Time-course RNA-sequencing analyses showed
the cascade of gene activation process of PDLSCs with the increasing duration of F. nucleatum infection.
NFκB1 and NFκB2 were up-regulated since 3 h of F. nucleatum-infection and time serially elevated the
in�ammatory related genes on the NF-κB signaling pathway. Using computational drug repositioning
analysis, we predicted and validated that two potential drugs (piperlongumine and �setin) could
attenuate the negative effects of F. nucleatum-infection. Collectively, this study unveils the potential
pathogenic mechanisms of F. nucleatum and the host in�ammatory response at the early stage of F.
nucleatum-infection.

Introduction
Periodontitis is a widespread chronic immunoin�ammatory disease of periodontal tissues, affecting
more than 60% of the global adult population1,2. The pathogenesis of periodontitis is convoluted, which
involves microbial challenges, host genetic variations, and acquired environmental stressors3,4. Among
the numerous risk factors, the increase of pathogenic microbes in subgingival plaque is widely accepted
as a necessary prerequisite for the development of periodontitis. Among which, Fusobacterium
nucleatum (F. nucleatum) is one of the most frequently detected pathogens and is arising more and more
attention in recent years as the opportunistic pathogen of many systematic diseases, such as colorectal
cancer5, cardiovascular diseases6, Alzheimer’s disease7, and adverse pregnancy outcomes8, ect.

F. nucleatum is an invasive bacterium that can elicit a variety of host responses9. Clinical studies showed
the prevalence of F. nucleatum increased with the severity and progression of periodontitis10,11. F.
nucleatum could invade into various host cells such as epithelial and endothelial cells, monocytes and
�broblasts etc., to initiate a cascade of in�ammation and elicit the secretion of pro-in�ammatory
chemokine IL-6 and IL-812,13. Toxic protein is an important way for bacteria to exert pathogenicity, F.
nucleatum expresses a variety of virulence factors to elicit various host responses14. For instance, RadD
and Fap2 induce lymphocyte apoptosis15, and FadA mediates host-cell binding and invasion in epithelial
cells16,17. These evidences indicate that F. nucleatum might have different pathogenic mechanisms to
deliver its pathogenic effect on different cell types.

As a main cell type of the periodontal ligament, periodontal ligament stem cells (PDLSCs) play an
indispensable role in maintaining periodontal homeostasis18. According to emerging evidence, the
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in�ammatory environment caused by periodontitis leads to the dysfunction and pyroptosis of PDLSCs19.
Zhao et al. demonstrated that treatment of secondary metabolite butyrate from periodontal pathogens
could induce ferroptosis in periodontal ligament �broblasts and regulate cell survival and death20.
Nevertheless, the biological characteristic and gene regulation changes of PDLSCs caused by F.
nucleatum still not fully clarify yet.

In this study, we explored the pathogenic effects of F. nucleatum and the host response of PDLSCs at
early stage of infection. We evaluated the changes of biological activities in PDLSCs under F. nucleatum
infection, and illuminated the virulent effect of F. nucleatum adhesin FadA. The time serial gene
expression analysis was applied to reveal the gene regulation process in response to the infection of F.
nucleatum. Lastly, the co-expression-based computational drug repositioning was used to identify the
drug candidates to attenuate the pathogenic effects of F. nucleatum on PDLSCs.

Results
Human PDLSCs from healthy and young volunteers were successfully isolated and cultured as described
in Material and Methods. The cultured PDLSCs exhibited the spindle-shaped �broblast-like morphology
(Fig. S1a). In the multi-differentiation assay, Alizarin Red–positive mineralized matrix and Oil Red O–
positive lipid droplets were observed (Fig. S1b-c). Immunophenotype analysis showed that PDLSCs
expressed MSC-speci�c surface markers, but not hematopoietic or endothelial cell-speci�c markers (Fig.
S1d).

F. nucleatum inhibits proliferation, facilitates apoptosis, ferroptosis, and in�ammatory cytokines
production in PDLSCs

To determine the pathogenic effect of F. nucleatum on PDLSCs, we �rst evaluated the viability of PDLSCs
exposed to different MOIs of F. nucleatum. The results showed that F. nucleatum signi�cantly inhibited
the proliferation of PDLSCs in a time- and dose-dependent manner (p < 0.001) (Fig. 1a-c). The
proliferation was almost blocked at the MOIs of 200 and 400 Next, we evaluated the apoptosis ratios of F.
nucleatum-infected PDLSCs. As shown in Fig. 1d and Fig. S2, F. nucleatum signi�cantly increased the
apoptosis rate of PDLSCs in a dose- and time-dependent manner (p < 0.05). Notably, early apoptosis
mainly occurred at 6 h, while late apoptotic cells account for a substantial part of total apoptotic cells at
24 h and 48 h.

Ferroptosis, a novel described necrotic cell death pathway, is triggered by iron overload21. Perturbation of
iron homeostasis is one of the major pathogenic strategies for bacterial infection22. To investigate
whether F. nucleatum induced ferroptosis in PDLSCs, we compared the intracellular free iron levels
between the normal and F. nucleatum infected PDLSCs. Fluorescence intensity of Fe2+ was signi�cantly
enhanced in the F. nucleatum-infected group (p < 0.05) (Fig. 1e and g). As iron overload led to
mitochondrial dysfunction, which mainly manifested as mitochondrial membrane potential (MitoMP)
depolarization23,24. Therefore, we evaluated the intracellular MitoMP of PDLSCs using JC-1 �uorescent
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dye and observed that F. nucleatum treatment reduced the �uorescence intensity of JC-1 aggregates and
enhanced the green �uorescence of JC-1 monomers (Fig. 1f-g). Quantitative analysis showed that the JC-
1 monomers/aggregates intensity ratio was increased after F. nucleatum infection, indicate that F.
nucleatum-induced iron overload may impair the mitochondrial function in PDLSCs (Fig. 1h). These
results �rstly showed F. nucleatum treatment could increase the intracellular labile iron levels and
promote the MitoMP depolarization on host cells.

We next evaluated whether F. nucleatum could trigger in�ammatory responses in PDLSCs by qRT-PCR
and ELISA. As is shown in Fig. 1i, the gene expression levels of IL-1β, IL-6 and IL-8 were successively
increased with the increase of stimulating time and to the greatest extent at 6 h in a dose dependent
pattern, while regressed with the enduring of stimulating time. At the protein level, IL-1β, IL-6 and IL-8 were
also consistently increased with the stimulating time at the early stage and reached to the top level at 12
h (Fig. 1j). These results suggest the potential immunomodulatory ability of PDLSCs under the
stimulation of periodontal pathogens.

FadA activates NF-κB and MAPK signaling pathways via
interaction with PEBP1
Fusobacterium adhesin A (FadA) has been reported as one of the most important adhesin and virulence
factor of F. nucleatum16. To explore the molecular mechanism of F. nucleatum infection, we investigated
the pathogenic effect of FadA on PDLSCs. We obtained recombinant histidine (His)-tagged FadA through
an E. coli expression system (Fig. S3). Upon addition of 0.5mg/mL FadA protein, mRNA levels of IL1β, IL6
and IL8 were signi�cantly increased than controls (p < 0.01) (Fig. 2a). On protein level, IL1β level was
increasing immediately at 1 h, while IL6 and IL8 increased at 3 h after FadA stimulation (Fig. 2b).

Next, we isolated FadA-binding proteins by a His pull-down assay, and identi�ed all pull-down proteins by
mass spectrometry. Among the candidates (Table S3), phosphatidylethanolamine-binding protein 1
(PEBP1), also known as Raf1 kinase inhibitory protein (RKIP)25–27, was proved to directly interact with
FadA by Co-IP assay (Fig. 2c).

To study whether FadA induce the in�ammatory response by interaction with PEBP1, we �rstly evaluated
the phosphorylation state of PEBP1, Fig. 2d showed the binding of FadA-PEBP1 phosphorylated PEBP1
at S153. As the devitalization of PEBP1 could activate Raf1 and IKK, we hypothesized that FadA
promotes the production of proin�ammatory cytokines via activation of NF-κB and MAPK signaling
pathways through binding to PEBP1. Western blot showed Raf1 and IKK were both signi�cantly activated,
ERK-JNK-p38 MAPKs and NF-κB-p65 were subsequently activated signi�cantly in PDLSCs (p < 0.01)
(Fig. 2d-e). These �ndings suggest that FadA act as a pathogenic effectors of F. nucleatum and can
initiate the intracellular immune signal transduction in PDLSCs.

F. nucleatum -infection induces the dynamic gene activating process in PDLSCs
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At present, the gene regulation process in oral cells at the early stage of F. nucleatum infection is
unknown. We performed a time serial RNA-seq analysis of the PDLSCs under the F. nucleatum infection
for 1h, 3h, 6h and 12h. Principal component analysis (PCA) showed that transcriptomes of the control
groups maintained a stable gene expression state, while the F. nucleatum-infected groups changed
continuously in a particular pattern (Fig. S4). Gene expression pro�les of control group and experimental
group at 1, 3, 6 and 12 hours were compared by DEseq2, and identi�ed 25, 271, 495 and 619 differentially
expressed genes (DEGs) at each time point, respectively (Fig. 3a). Among which, 18, 235, 415, and 495
genes were up-regulated, while 7, 36, 80, and 124 genes were downregulated at each time point,
respectively (Fig. 3b). Of note, the Venn’s diagram showed that 4 DEGs were consistently up-regulated in
F. nucleatum stimulated group across the four time points (Fig. 3a and Fig. S5a). Among which, CXCL1
and CXCL2 are two vital neutrophil chemo-attractants. The continuous up-regulation of these two
chemokines indicated the key role of PDLSCs in recruiting immune cells during F. nucleatum infection.

To reveal the gene expression patterns related to the cytological phenotypes altered by F. nucleatum
stimulation mentioned before, we annotated all the DEGs in KEGG pathway database and obtained 80
proliferation-related, 66 apoptosis-related, 101 ferroptosis-related and 183 in�ammation-related DEGs,
and respectively clustered into 6, 4, 4 and 8 expression patterns by Mfuzz analysis (p < 0.01).

As showed in Fig. 3c, the expression pattern of proliferation-related DEGs could be classi�ed into 3 types:
continuous upregulation (clusters 1 and 2, including proliferation-inhibition genes IFIT3, ING1, and PML),
gradual downregulation (cluster 6, including GDF5 and SPRY1), and �rstly rising then descending
(clusters 3, 4, and 5). Apoptosis-related gene clusters could be classi�ed into 3 types with similar trends
to proliferation genes according to the expression patterns. Some apoptosis-induction genes showed a
consistently increasing trend, such as IFI27, PML and LGALS9. There were three expression patterns of
ferroptosis-related DEGs: continuous upregulation (clusters 1 and 2), gradual downregulation (cluster 4),
and gradually decreasing then rising (cluster 3). Notably, genes related to iron metabolism (such as TFRC,
ELAVL1, FTH1 and TF) had similar expression patterns in cluster 1 and 2, while those associated with
ROS detoxi�cation (such as GPX4 and HMOX1) had similar expression patterns in cluster 3, suggest that
F. nucleatum could induce ferroptosis by aggravating intracellular iron overload and inhibiting lipid
hydroperoxides detoxi�cation. In respect of in�ammation-related DEGs, various proin�ammatory
cytokines were classi�ed into cluster 1–4 (such as IL1β, IL6, CXCL6, andCCL2), which showed a gradual
upregulated trend. The expression levels of these DEGs were gradually increased during the infection.
Part of the DEGs were validated by qRT-PCR, and the expression were consistent with the RNA-Seq
analysis (Fig. S6).

The in�ammatory genes are expressed sequentially in response to F. nucleatum-infection

To explore the intracellular cascade induced by F. nucleatum-infection, we further analyzed the co-
expressed genes of each two adjacent time points. As showed in Fig. 4a, 9 members of CXC chemokine
subfamily, 11 members of CC chemokine subfamily, and some proin�ammatory cytokines formed a co-
expression network. Interestingly, all the chemokines in this network are in�ammatory chemokines and
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are mainly involved in the recruitment of leukocytes to in�amed tissues28. Besides, CCL11 and CCL20
also have homeostatic functions and act as dual-function chemokines. In�ammatory chemokines
CXCL1, CXCL2, CCL3L1 and CCL3L3, and in�ammatory cytokines TNF were �rst released in response to
F. nucleatum stimulation. With lastingness of infection, the types and expression levels of chemokines
increased gradually, which suggested the recruitment potential of PDLSCs on immune cells.

Additionally, several transcription factors were differentially expressed at 3 h and regulated a series of
target genes among DEGs at 3 h, 6 h and 12 h. Notably, NFKB1 and NFKB2, two central activators of
genes involved in in�ammation and immune function, were signi�cantly up-regulated at 3 h post F.
nucleatum-infection and sustained activation at 6 h and 12 h. The elevated NFKB1 and NFKB2
sequentially regulated downstream target genes on the NF-κB signaling pathway, such as MAP3K8,
NFKBIA, REL, et al (Fig. 4b).

To improve the understanding of the biological functions of DEGs, we further performed Metascape
analysis and displayed the top 20 enriched clusters in Fig. 5a. The regulation of cytokine production,
regulation of MAPK cascade, apoptotic signaling pathway and negative regulation of cell proliferation
were highlighted in the network. Consistent with these results, the GO analysis of the DEGs indicated that
they were involved in the in�ammatory response process (GO:0006954) and chemokine-mediated
signaling pathway (GO:0070098) during the whole F. nucleatum-infection process. Immune-related
processes were changed at the initial phase of infection. With lastingness of infection, the genes were
enriched in the apoptotic process (GO:0006915) and negative regulation of cell proliferation
(GO:0008285) (Fig. 5b).

The top 10 abundant KEGG pathways displayed in Fig. 5c showed that F. nucleatum stimulation mainly
resulted in the changes of immune-related pathways. DEGs at 1 h were mainly enriched in cytokine
receptor pathway, while at the three other time points, the IL-17, TNF and NF-κB signaling pathways were
prominent. Pathview analysis showed the activated genes in TNF, IL-17 and NF-κB signaling pathways.
Most of the signi�cantly altered genes were connected with survival and in�ammation (Fig. S7). These
�ndings implied that the reactions of PDLSCs to F. nucleatum infection were inclined to the recognition of
bacterial surface epitopes by host receptors at 1 h, followed by the activation of host defense system
within 12 hours after infection. These results collectively indicated that F. nucleatum could induce a pro-
in�ammatory response in PDLSCs associated with the activation of NF-κB signaling pathway and
production of in�ammatory chemokines.

Screening of miRNAs and transcription factors, and
constructing the gene regulatory network of PDLSCs
Next, we sought to identify the miRNAs and their target mRNAs speci�cally expressed during F.
nucleatum-infection as described in Material and Methods. The differentially expressed miRNA at each
time points were listed in Table 1. After matching the differentially expressed miRNA with their predicted
target genes, we constructed networks containing 3 up-regulated miRNAs and 1 down-regulated miRNA
associated with a total of 22 target genes at 6 h, and 3 down-regulated miRNAs associated with 23 target
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genes at 12 h (Fig. 6a). Notably, target genes of miR-4257 were signi�cantly enriched in cysteine-type
endopeptodase activity involved in apoptotic process; target genes of miR-4696 were signi�cantly
enriched in iron ion homeostasis and positive regulation of MAPK cascade (Fig. S8).

Table 1
Differentially expressed miRNAs at each time points of F. nucleatum

infected PDLSCs
Time points Differentially expressed miRNA

1h hsa-miR-3118, hsa-miR-96-5p

3h hsa-miR-6747-5p, hsa-miR-5089-3p, hsa-miR-3940-5p,

hsa-miR-1181, hsa-miR-12127, hsa-miR-4804-5p,

hsa-miR-6853-3p, hsa-miR-6089

6h hsa-miR-200a-5p, hsa-miR-4257, hsa-miR-4696,

hsa-miR-4472, hsa-miR-12127

12h hsa-miR-4696, hsa-miR-4745-3p, hsa-miR-12127,

hsa-miR-3192-5p, hsa-miR-2278

Next, we clustered the DEGs by the similarity of expression pattern to investigate the gene regulation
process with the duration of F. nucleatum infection. As shown in Fig. 6b, all DEGs were group into 5
clusters, which were named as Module 1- Module 5 (M1-M5): (1) genes in Module 1 were continuously
down-regulated during the F. nucleatum infection; (2) genes in Module 2 were up-regulated at early stages
of F. nucleatum infection and down-regulated at following time points; (3) genes in Module 3 was
gradually up-regulated within 6 hours after infection; (4) genes in Module 4 were up-regulated after 1 h;
(5) and genes in Module 5 was down-regulated between 1 h and 3 h and recover after 3 h (Fig. 6c). In
order to reveal the overall regulatory relationships of the F. nucleatum-infected PDLSCs, we constructed a
regulatory network between modules using high-dimensional ordinary differential equations29 and
showed in Fig. 6d.

On functional level, GO analysis con�rmed that genes in M1 were involved in signal transduction, genes
in M5 enriched in activating G-protein coupled receptor signaling pathway, and genes in M4 were involved
in defense response to virus and innate immune response. To decipher the inter-module regulatory
relationships, we integrated the regulatory linkages between the TFs and their target genes, and
constructed regulatory networks (Fig. 6e and Fig. S9). Consistent with previous results, NFKB1 was
predicted in all the modules. Taken together, these results lent support to the pivotal role of NFKB1, and
revealed the gene regulation process at different time points of F. nucleatum infection.

Identify the therapeutic target to attenuate the negative effects of F. nucleatum infection
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We used cogena30 to perform co-expression analysis and divided the DEGs into three clusters (Fig. 7a).
KEGG pathway enrichment analysis for co-expressed genes showed that genes in clusters 1 and 2 were
highly enriched in immune-related pathways, while genes in cluster 3 were enriched in calcium signaling
pathway and inositol phosphate metabolism (Fig. 7b). Considering the major pathological changes of F.
nucleatum-infected PDLSCs, we further performed drug repositioning analysis for clusters 1 and 2 to
identify potential drug candidates. The list of drug candidates targeting co-expressed genes in clusters 1
and 2 was shown in Fig. 7c. Pathway enrichment analysis of the target genes of each candidate drug
was performed to narrow the �eld of candidates (Fig. S10). Based on the enrichment results, we
ultimately selected six drugs and assessed the therapeutic value of these six candidates.

Cytotoxicity assays helped us to select the drug concentrations that cells could tolerant for the follow-up
experiments (Fig. S11). F. nucleatum infection of PDLSCs after 12 h signi�cantly elevated the mRNA
expression of IL1β, IL6 and IL8 (p < 0.01), and all the six candidates signi�cantly reduced the expression
level of these in�ammatory genes (p < 0.01) (Fig. 8a). These results validated the e�cacy of our predicted
agents.

Among the drugs investigated, piperlongumine and �setin exhibited the best attenuating effect, this
prompted us to further assess their potency in FadA-induced in�ammation. Similarly, piperlongumine and
�setin could also signi�cantly decrease the FadA-induced pro-in�ammatory cytokines production(p < 
0.01) (Fig. 8b-c). Considering the pro-ferroptotic effects of F. nucleatum on PDLSCs, we further examined
the effects of piperlongumine and �setin on ferroptosis. As shown in Fig. 8d-g, piperlongumine and �setin
reversed the trend, reduced the level of intracellular Fe2+, and restored the impaired mitochondrial
function. As the IL-17 signaling pathway and NF-κB signaling pathway were enriched in the KEGG
analysis, we used molecular docking to simulate the combination of piperlongumine or �setin with key
protein targets of IL-17 and NF-κB signaling pathways. The hub targets predicted of piperlongumine were
displayed the 3D results in Fig. 8h.

Discussion
Recent studies indicate that PDLSCs play a crucial role in the maintenance of periodontal
homeostasis31.Normal periodontal milieu is in dynamic equilibrium of cell proliferation and apoptosis32,
and the invasion of periodontal pathogens could impair the self-renewal function of PDLSCs33. In our
study, we demonstrated that F. nucleatum inhibited the cell proliferation and promoted the apoptosis of
PDLSCs, and �rstly found that F. nucleatum could induce ferroptosis through intervening iron metabolism
in PDLSCs. As a bacterial virulence strategy, programmed cell death in response to bacterial infection is a
complex process, involving in apoptosis, pyroptosis, necroptosis and ferroptosis34. Further studies still
need to illuminate the intersections between apoptosis and ferroptosis, or with other programmed cell
death pathways.

FadA was reported to launch the pathogenic effect of F. nucleatum on colorectal cancer cells16. In this
study, we showed FadA acted as a virulence factor and increased the expression levels of in�ammatory
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cytokines in PDLSCs. We �rstly identi�ed PEBP1 as a FadA-interacted protein and illuminated that
binding with FadA could deactivate PEBP1 to activate IKK-NF-κB and Raf1-MAPK signaling pathways. It
has been reported that PEBP1 is involved in in�ammation-related diseases35, including autoimmune
diseases36 and antivirus innate immune responses37. Our �ndings further con�rmed the pivotal
in�ammation-regulatory function of PEBP1, and revealed a previously unrecognized molecular
mechanism of F. nucleatum pathogenicity.

Cytokine secretion is the �rst wave of host immune response to periodontal pathogens challenge38. Our
study showed that F. nucleatum infection stimulates the secretion of IL-1β, IL-6, and IL-8 at the very early
stage. Results of RNA-seq also proved that ample cytokines and chemokines were released at the initial
stage of F. nucleatum infection. These �ndings proved that PDLSCs have immunoregulative capacity,
and F. nucleatum could aggravate periodontal in�ammation through impairing the immunosuppressive
function of PDLSCs. However, the prolongation of F. nucleatum infection could not lead to the continuous
secretion of these in�ammatory cytokines. This is probably because the limitation of the in vitro cell
model as it cannot perfectly replicate the conditions found within living organisms. Besides, F. nucleatum
has limited survival time in aerobic environment39, which may also limits its pathogenicity.

Drug repositioning is a tool for exploring new uses of approved or investigational drugs. The �ndings of
coexpression-based drug repositioning prediction and experimental validation suggest that
piperlongumine and �setin could be considered as candidate drugs to treat F. nucleatum-infected
PDLSCs. Our results are of signi�cance as an attempt to identify drugs to treat periodontal pathogen
infection, but the evaluation of drug effects requires more profound and systematic research.

In summary, our study provides more speci�c evidence of the host’s early immune response to F.
nucleatum infection and shows a novel insight into the pathogenic mechanism of periodontitis.

Material And Methods

Bacteria and Cell Culture
This study was approved by the Ethics Committee of Stomatology Hospital of Shandong University
(Protocol Number: 20170303) and all volunteers signed the informed consent before providing the oral
tissue samples. Fusobacterium nucleatum ATCC 25586 was provided by the Shandong Key Laboratory
of Oral Tissue Regeneration (Jinan, China). Human PDLSCs obtained from healthy premolars and third
molars were freshly extracted as described in the previous study40.

Cell Phenotype Analysis and Multilineage Differentiation
Assays
To identify the cell phenotype of PDLSCs, BD Stem�owTMhMSC Analysis Kit (BD Biosciences, California,
USA) was implemented according to the manufacturer’s instructions. For multilineage differentiation
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assays, PDLSCs were cultivated in 6-well plates at 2×105 cells/well. At 80–90% density, the
corresponding differentiation medium was replaced to assess osteogenesis and adipogenesis. After 21
days, the cells were stained by Alizarin Red (Sigma-Aldrich, Missouri, USA) to observe the mineralization.
After 28 days, the adipogenesis was detected by Oil Red O (Sigma) staining.

Cell Viability Assays and Cell Apoptosis Analysis
The number of cells was counted using Countstar (Shanghai, China). The proliferation rate was detected
using an EdU Apollo DNA in vitro kit (RiboBio, Guangzhou, China) and observed by a �uorescent
microscope. Cell viability was estimated by Cell Counting Kit-8 (Boster, Wuhan, China). In accordance with
the manufacturer's instructions, Annexin V-FITC/PI double staining kit (Dojindo, Kumamoto, Japan) was
used to detect apoptosis.

Enzyme-Linked Immunosorbent Assay (ELISA)
The proin�ammatory cytokine concentrations were evaluated using the speci�c ELISA kits (Biolegend,
California, USA). The optical density values were measured at 450 nm and 570 nm by a microplate
reader.

Real-time quantitative PCR Analysis
Total RNA was isolated with TRIzol reagent (CWBIO, Beijing, China), and cDNA was reverse transcribed
using a HiFiScript cDNA Synthesis kit (CWBIO). Real-time quantitative PCR (qRT-PCR) was performed
using UltraSYBR Mixture (CWBIO). The relative mRNA expression levels were analyzed by the 2^(−ΔΔct)

method and normalized by the GAPDH level. The sequences of the primers used in the experiment are
listed in Table S1.

Western Blot Analysis
Cells were lysed in a RIPA lysis containing PMSF (Solarbio, Beijing, China). Protein concentration was
measured with a BCA Protein Assay Kit (Cwbio). Equivalent amounts of proteins were loaded onto SDS-
PAGE gels and transferred to PVDF membranes (Millipore, Massachusetts, USA). After blocked with 5%
milk in TBST and incubated with primary antibodies listed in Table S2 overnight, the membranes were
incubated with HRP-conjugated secondary antibodies (Proteintech, Indiana, USA). The immunoreactive
bands were visualized by an Immobilon Western HRP Substrate (Millipore) and determined using ImageJ
gel analysis software.

Detection of intracellular Fe2 + amount and Mitochondrial
Membrane Potential (MitoMP) Assessment
Intracellular Fe2+ levels were examined using FerroOrange (Dojindo) according to the manufacturer’s
instructions. Mitochondrial membrane potential was detected by a MitoMP assay Kit with JC-1
(Solarbio). The �uorescent intensity was measured using the EnVision multimode microplate reader
(PerkinElmer, Massachusetts, USA). The �uorescence images were obtained by Dragon�y 200 high speed
confocal microscope (Andor Technology, Belfast, UK).
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Recombinant Protein Production and Puri�cation
FadA was puri�ed as previously described17,41. The entire fadA gene of F. nucleatum ATCC 25586 was
synthesized by Sangon Biotech (Shanghai, China). After veri�cation, the prokaryotic expression vector
was transformed into E. coli BL21(DE3). E. coli was grown in LB medium to an OD600 of 0.6. Then the
cultures were induced by 0.5 mM isopropyl β-d-1-thiogalactopyranoside (IPTG) (Aladdin, Shanghai,
China) for 2.5 h. An His-tag Protein Puri�cation Kit (Byotime, Shanghai, China) was used for FadA
puri�cation, and Amicon® Ultra-15 Centrifugal Filters (Millipore) were used for desalting, dia�ltration and
concentrated.

Co-immunoprecipitation (Co-IP) Assay
To check whether FadA/PEBP1 interaction occurs in vivo, PDLSCs were preincubated with FadA. Total
protein from PDLSCs was extracted using NP-40 solution (Boster) containing 1mM PMSF. 1,000 µg of
cell lysate was incubated with 5 µg anti-His antibody (Proteintech) or IgG (Santa Cruz Biotechnology,
Texas, USA) at 4 ℃ overnight. The protein complex was captured overnight by Protein A/G agarose
(Santa Cruz Biotechnology) at 4 ℃. The beads were collected by centrifugation at 12,000×g, followed by
3 washes and Western blot analysis.

RNA-Sequencing Analysis
45 samples from 5 individuals co-cultured without or with F. nucleatum at an MOI of 100) for 0, 1, 3, 6
and 12 hours were analyzed by RNA-Sequencing (RNA-seq) at LC-BIO (Hangzhou, China). The raw
sequence data reported in this paper have been deposited in the Genome Sequence Archive (Genomics,
Proteomics & Bioinformatics 2021)42 in National Genomics Data Center (Nucleic Acids Res 2022)43,
China National Center for Bioinformation/Beijing Institute of Genomics, Chinese Academy of Sciences
(GSA-human: HRA002672) that are publicly accessible at https://ngdc.cncb.ac.cn/gsa-human. R package
DESeq2 (version)44 was used for screening differential expression genes by setting statistical
signi�cance value (P-value) < 0.01 and absolute value of log2 (fold change) > 1. We used R package

Mfuzz (version 2.50.0)45 to classify the gene expression clusters. DAVID46 and R package clusterPro�ler
(version 3.18.1)47 were used for GO and KEGG enrichment analysis. R Pathview (version 1.30.1)48 was
used to visualize signi�cant KEGG signaling pathways.

Construction of miRNA-mRNA Network and Regulatory
Network
The has.gff3 annotation �les were downloaded from the miRbase database, and the microRNA
expression was obtained using FeatureCounts. R package DESeq2 (version) was used for screening
differential expression miRNAs by setting statistical signi�cance value (P-value) < 0.05. The potential
target genes of miRNAs were predicted by miRWalk2.0. The miRWalk, miRanda, miRMap and Targetscan
database were added to help predicting supposed target genes.
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The module regulatory relationships were calculated using the reported method29.We used TRRUST49 to
explore the TF targets and used RegNetwork50 to construct a TF-miRNA-gene regulatory network.

Computational Drug Repositioning Analysis
The drug repositioning for the coexpressed genes were performed using the cogena package (version
1.24.0)30. The SwissTargetPrediction database was used to predict potential effector targets51. The
SMILES format of candidate drugs obtained from ZINC15 was inputted into this database to obtain the
potential effector targets of the candidate drugs.

We performed molecular docking using the program AutoDock Vina (version 1.1.2)52. The 3D structure of
the candidate drugs was obtained from the ZINC15 and the structures of target proteins were obtained
from PDB database or uniport database. AutoDockTools (version 1.5.6) was used to process the
ingredients and protein structures. PyMOL (version 4.6.0) was used to visualize the combinations.

Statistical Analysis
All experiments were repeated independently at least three times with cells from three volunteers, and the
data were plotted as mean ± standard deviation (SD). Data were analyzed using GraphPad Prism (version
8.0). Differences among multiple groups were assessed using one-way or two-way ANOVA followed by
Tukey’s honestly signi�cant difference comparison test. Differences were considered statistically
signi�cant at p < 0.05.

Declarations
Acknowledgements

We thank all colleagues in our laboratory for all of their kindly advices and support. We sincerely thank
the foundation support of the National Natural Science Foundation of China (Grant No. 82071122),
Program of Taishan Young from Shandong Province, Major Innovation Projects in Shandong Province
No. 2021SFGC0502 , Oral Microbiome Innovation Team of Young Scientist Project of Shandong

Province (Grant No. 2020KJK001) and Jinan City (2021GXRC021), The National High-level Young
Scientist Project Foundation (2019), Excellent Young Scientist Foundation of Shandong Province (Grant
No. ZR202102230369). 

Con�icts of interests

All authors declare that they have no competing interests. 

Authors’ contribution

Q.F. and X.X. designed and supervised this study. X.M.M. and S.S. performed the sample collection.
Y.S.W., Z.X.L., X.F.G. and A.P. performed experiments. L.H.W. and T.Y.S. analyzed the data and plotted
Figures. Y.S.W. and Q.F. wrote and edited the manuscript. All the authors reviewed the manuscript.



Page 14/19

References
1. Eke, P. I., Dye, B. A., Wei, L., Thornton-Evans, G. O. & Genco, R. J. Prevalence of periodontitis in adults

in the United States: 2009 and 2010. J Dent Res 91, 914-920, doi:10.1177/0022034512457373
(2012).

2. Román-Malo, L. & Bullon, P. In�uence of the Periodontal Disease, the Most Prevalent In�ammatory
Event, in Peroxisome Proliferator-Activated Receptors Linking Nutrition and Energy Metabolism. Int J
Mol Sci 18, doi:10.3390/ijms18071438 (2017).

3. Kinane, D. F., Stathopoulou, P. G. & Papapanou, P. N. Periodontal diseases. Nature Reviews Disease
Primers 3, 17038, doi:10.1038/nrdp.2017.38 (2017).

4. Zhang, S., Yu, N. & Arce, R. M. Periodontal in�ammation: Integrating genes and dysbiosis.
Periodontol 2000 82, 129-142, doi:10.1111/prd.12267 (2020).

5. Castellarin, M. et al. Fusobacterium nucleatum infection is prevalent in human colorectal carcinoma.
Genome Res 22, 299-306, doi:10.1101/gr.126516.111 (2012).

�. Schenkein, H. A., Papapanou, P. N., Genco, R. & Sanz, M. Mechanisms underlying the association
between periodontitis and atherosclerotic disease. Periodontol 2000 83, 90-106,
doi:10.1111/prd.12304 (2020).

7. Sparks Stein, P. et al. Serum antibodies to periodontal pathogens are a risk factor for Alzheimer's
disease. Alzheimers Dement 8, 196-203, doi:10.1016/j.jalz.2011.04.006 (2012).

�. Vander Haar, E. L., So, J., Gyam�-Bannerman, C. & Han, Y. W. Fusobacterium nucleatum and adverse
pregnancy outcomes: Epidemiological and mechanistic evidence. Anaerobe 50, 55-59,
doi:10.1016/j.anaerobe.2018.01.008 (2018).

9. Han, Y. W. Fusobacterium nucleatum: a commensal-turned pathogen. Curr Opin Microbiol 23, 141-
147, doi:10.1016/j.mib.2014.11.013 (2015).

10. Moore, W. E. & Moore, L. V. The bacteria of periodontal diseases. Periodontol 2000 5, 66-77,
doi:10.1111/j.1600-0757.1994.tb00019.x (1994).

11. Yang, N. Y., Zhang, Q., Li, J. L., Yang, S. H. & Shi, Q. Progression of periodontal in�ammation in
adolescents is associated with increased number of Porphyromonas gingivalis, Prevotella
intermedia, Tannerella forsythensis, and Fusobacterium nucleatum. Int J Paediatr Dent 24, 226-233,
doi:10.1111/ipd.12065 (2014).

12. Han, Y. W. et al. Interactions between periodontal bacteria and human oral epithelial cells:
Fusobacterium nucleatum adheres to and invades epithelial cells. Infect Immun 68, 3140-3146,
doi:10.1128/iai.68.6.3140-3146.2000 (2000).

13. Bhattacharyya, S. et al. FAD-I, a Fusobacterium nucleatum Cell Wall-Associated Diacylated
Lipoprotein That Mediates Human Beta Defensin 2 Induction through Toll-Like Receptor-1/2 (TLR-
1/2) and TLR-2/6. Infect Immun 84, 1446-1456, doi:10.1128/iai.01311-15 (2016).

14. Han, Y. W. Fusobacterium nucleatum Interaction with Host Cells. (Oral Microbial Communities, 2014).



Page 15/19

15. Kaplan, C. W. et al. Fusobacterium nucleatum outer membrane proteins Fap2 and RadD induce cell
death in human lymphocytes. Infect Immun 78, 4773-4778, doi:10.1128/iai.00567-10 (2010).

1�. Rubinstein, M. R. et al. Fusobacterium nucleatum promotes colorectal carcinogenesis by modulating
E-cadherin/β-catenin signaling via its FadA adhesin. Cell Host Microbe 14, 195-206,
doi:10.1016/j.chom.2013.07.012 (2013).

17. Xu, M. et al. FadA from Fusobacterium nucleatum utilizes both secreted and nonsecreted forms for
functional oligomerization for attachment and invasion of host cells. J Biol Chem 282, 25000-25009,
doi:10.1074/jbc.M611567200 (2007).

1�. Zhang, Z., Deng, M., Hao, M. & Tang, J. Periodontal ligament stem cells in the periodontitis niche:
inseparable interactions and mechanisms. J Leukoc Biol 110, 565-576, doi:10.1002/jlb.4mr0421-
750r (2021).

19. Mao, C. Y. et al. Double-edged-sword effect of IL-1β on the osteogenesis of periodontal ligament
stem cells via crosstalk between the NF-κB, MAPK and BMP/Smad signaling pathways. Cell Death
Dis 7, e2296, doi:10.1038/cddis.2016.204 (2016).

20. Zhao, Y., Li, J., Guo, W., Li, H. & Lei, L. Periodontitis-level butyrate-induced ferroptosis in periodontal
ligament �broblasts by activation of ferritinophagy. Cell Death Discov 6, 119, doi:10.1038/s41420-
020-00356-1 (2020).

21. Jiang, X., Stockwell, B. R. & Conrad, M. Ferroptosis: mechanisms, biology and role in disease. Nat Rev
Mol Cell Biol 22, 266-282, doi:10.1038/s41580-020-00324-8 (2021).

22. Verbon, E. H. et al. Iron and Immunity. Annu Rev Phytopathol 55, 355-375, doi:10.1146/annurev-
phyto-080516-035537 (2017).

23. Sumneang, N., Siri-Angkul, N., Kumfu, S., Chattipakorn, S. C. & Chattipakorn, N. The effects of iron
overload on mitochondrial function, mitochondrial dynamics, and ferroptosis in cardiomyocytes.
Arch Biochem Biophys 680, 108241, doi:10.1016/j.abb.2019.108241 (2020).

24. Khamseekaew, J. et al. Effects of iron overload, an iron chelator and a T-Type calcium channel
blocker on cardiac mitochondrial biogenesis and mitochondrial dynamics in thalassemic mice. Eur J
Pharmacol 799, 118-127, doi:10.1016/j.ejphar.2017.02.015 (2017).

25. Yeung, K. et al. Mechanism of suppression of the Raf/MEK/extracellular signal-regulated kinase
pathway by the raf kinase inhibitor protein. Mol Cell Biol 20, 3079-3085, doi:10.1128/mcb.20.9.3079-
3085.2000 (2000).

2�. Yeung, K. C. et al. Raf kinase inhibitor protein interacts with NF-kappaB-inducing kinase and TAK1
and inhibits NF-kappaB activation. Mol Cell Biol 21, 7207-7217, doi:10.1128/mcb.21.21.7207-
7217.2001 (2001).

27. Corbit, K. C. et al. Activation of Raf-1 signaling by protein kinase C through a mechanism involving
Raf kinase inhibitory protein. J Biol Chem 278, 13061-13068, doi:10.1074/jbc.M210015200 (2003).

2�. Zlotnik, A. & Yoshie, O. The chemokine superfamily revisited. Immunity 36, 705-716,
doi:10.1016/j.immuni.2012.05.008 (2012).



Page 16/19

29. Wu, S., Liu, Z. P., Qiu, X. & Wu, H. Modeling genome-wide dynamic regulatory network in mouse lungs
with in�uenza infection using high-dimensional ordinary differential equations. PLoS One 9, e95276,
doi:10.1371/journal.pone.0095276 (2014).

30. Jia, Z. et al. Cogena, a novel tool for co-expressed gene-set enrichment analysis, applied to drug
repositioning and drug mode of action discovery. BMC Genomics 17, 414, doi:10.1186/s12864-016-
2737-8 (2016).

31. Iwayama, T., Sakashita, H., Takedachi, M. & Murakami, S. Periodontal tissue stem cells and
mesenchymal stem cells in the periodontal ligament. Jpn Dent Sci Rev 58, 172-178,
doi:10.1016/j.jdsr.2022.04.001 (2022).

32. McCulloch, C. A. Origins and functions of cells essential for periodontal repair: the role of �broblasts
in tissue homeostasis. Oral Dis 1, 271-278, doi:10.1111/j.1601-0825.1995.tb00193.x (1995).

33. Xia, Y. et al. Cell Responses to Conditioned Media Produced by Patient-Matched Stem Cells Derived
From Healthy and In�amed Periodontal Ligament Tissues. J Periodontol 87, e53-63,
doi:10.1902/jop.2015.150462 (2016).

34. Demarco, B., Chen, K. W. & Broz, P. Cross talk between intracellular pathogens and cell death.
Immunol Rev 297, 174-193, doi:10.1111/imr.12892 (2020).

35. Qin, Q. et al. The inhibitor effect of RKIP on in�ammasome activation and in�ammasome-dependent
diseases. Cell Mol Immunol 18, 992-1004, doi:10.1038/s41423-020-00525-3 (2021).

3�. Lin, W. et al. RKIP mediates autoimmune in�ammation by positively regulating IL-17R signaling.
EMBO Rep 19, doi:10.15252/embr.201744951 (2018).

37. Gu, M. et al. RKIP and TBK1 form a positive feedback loop to promote type I interferon production in
innate immunity. Embo j 35, 2553-2565, doi:10.15252/embj.201694060 (2016).

3�. Pan, W., Wang, Q. & Chen, Q. The cytokine network involved in the host immune response to
periodontitis. Int J Oral Sci 11, 30, doi:10.1038/s41368-019-0064-z (2019).

39. Ji, S., Shin, J. E., Kim, Y. C. & Choi, Y. Intracellular degradation of Fusobacterium nucleatum in human
gingival epithelial cells. Mol Cells 30, 519-526, doi:10.1007/s10059-010-0142-8 (2010).

40. Seo, B. M. et al. Investigation of multipotent postnatal stem cells from human periodontal ligament.
Lancet 364, 149-155, doi:10.1016/s0140-6736(04)16627-0 (2004).

41. Li, Q. et al. Fusobacterium nucleatum Interaction with Pseudomonas aeruginosa Induces Bio�lm-
Associated Antibiotic Tolerance via Fusobacterium Adhesin A. ACS Infect Dis 6, 1686-1696,
doi:10.1021/acsinfecdis.9b00402 (2020).

42. Chen, T. et al. The Genome Sequence Archive Family: Toward Explosive Data Growth and Diverse
Data Types. Genomics Proteomics Bioinformatics 19, 578-583, doi:10.1016/j.gpb.2021.08.001
(2021).

43. Database Resources of the National Genomics Data Center, China National Center for Bioinformation
in 2022. Nucleic Acids Res 50, D27-d38, doi:10.1093/nar/gkab951 (2022).



Page 17/19

44. Love, M. I., Huber, W. & Anders, S. Moderated estimation of fold change and dispersion for RNA-seq
data with DESeq2. Genome Biol 15, 550, doi:10.1186/s13059-014-0550-8 (2014).

45. Kumar, L. & M, E. F. Mfuzz: a software package for soft clustering of microarray data. Bioinformation
2, 5-7, doi:10.6026/97320630002005 (2007).

4�. Jiao, X. et al. DAVID-WS: a stateful web service to facilitate gene/protein list analysis. Bioinformatics
28, 1805-1806, doi:10.1093/bioinformatics/bts251 (2012).

47. Yu, G., Wang, L. G., Han, Y. & He, Q. Y. clusterPro�ler: an R package for comparing biological themes
among gene clusters. Omics 16, 284-287, doi:10.1089/omi.2011.0118 (2012).

4�. Luo, W. & Brouwer, C. Pathview: an R/Bioconductor package for pathway-based data integration and
visualization. Bioinformatics 29, 1830-1831, doi:10.1093/bioinformatics/btt285 (2013).

49. Han, H. et al. TRRUST v2: an expanded reference database of human and mouse transcriptional
regulatory interactions. Nucleic Acids Res 46, D380-d386, doi:10.1093/nar/gkx1013 (2018).

50. Liu, Z. P., Wu, C., Miao, H. & Wu, H. RegNetwork: an integrated database of transcriptional and post-
transcriptional regulatory networks in human and mouse. Database (Oxford) 2015,
doi:10.1093/database/bav095 (2015).

51. Daina, A., Michielin, O. & Zoete, V. SwissTargetPrediction: updated data and new features for e�cient
prediction of protein targets of small molecules. Nucleic Acids Res 47, W357-w364,
doi:10.1093/nar/gkz382 (2019).

52. Trott, O. & Olson, A. J. AutoDock Vina: improving the speed and accuracy of docking with a new
scoring function, e�cient optimization, and multithreading. J Comput Chem 31, 455-461,
doi:10.1002/jcc.21334 (2010).

Figures

Figure 1

F. nucleatum inhibits proliferation, facilitates apoptosis, ferroptosis, and in�ammatory cytokine
production in PDLSCs

(a) Cell-counting assay of PDLSCs cocultured with or without F. nucleatum. (b-c) Cell proliferation rate of
PDLSCs detected by EdU assay. Scale bar: 100 μm. (d) Cell apoptosis examined using Annexin V/PI
staining. (e) Intracellular Fe2+ detected by FerroOrange. Scale bar: 20 μm. (f) Confocal images of JC-1 in
PDLSCs. Scale bar: 20 μm. (g) Quantitative assessment of FerroOrange and JC-1 �uorescence. (h) The
ratio of JC-1 monomers/aggregates. (i) The mRNA expression detected by qRT-PCR. (j) Protein levels
measured by ELISA. Data were expressed as mean ± SD. (n=3) (*p < 0.05; **p < 0.01; ***p < 0.001,
compared with the control group).
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Figure 2

F. nucleatum adhesin FadA promotes in�ammatory response via interaction with PEBP1

(a) The mRNA expression detected by qRT-PCR. (b) Protein levels measured by ELISA. (c) Co-IP analysis
showed the interaction between FadA and PEBP1. (d) Effects of FadA on the phosphorylation of Raf1,
IKK, PEBP1, p38, JNK, ERK, and NF-κB p65 detected by Western blot analysis. Quantitative analysis of
altered protein expression of these proteins used ImageJ. (e) Schematic diagram of the FadA-PEBP1-
Raf1-MAPK pathway and FadA-PEBP1-IKK-NF-κB pathway. Created with BiorRender.com. Data were
expressed as mean ± SD (n=3) (*p < 0.05; **p < 0.01; ***p < 0.001, compared with the control group). 

Figure 3

Dynamic gene expression patterns of PDLSCs under F. nucleatum Infection

(a) Venn diagram depicted the extent of overlap between DEGs at different time points in PDLSCs. (b)
The histograms of upregulated (red) and downregulated (blue) DEGs at each time point. (c) Mfuzz
analysis clustered (1) proliferation-related, (2) apoptosis-related, (3) ferroptosis-related and (4)
in�ammation-related DEGs into different classes.

Figure 4

Gene regulation process in response to F. nucleatum infection in PDLSCs

(a) Co-expression network of DEGs showed the intracellular cascade induced by F. nucleatum-infection.
(b) Transcription factors NFKB1 and NFKB2 up-regulated multiple DEGs.

Figure 5

GO and KEGG pathway enrichment analysis of differentially expressed genes.

(a) Network of enriched terms colored by cluster identity. (b) GO and (C) KEGG pathway analysis of DEGs
of 1 h, 3 h, 6 h, and 12 h.

Figure 6
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Construction of miRNA network and transcription factors network

(a) miRNA-mRNA regulatory network. (b) K-means method clustered the DEGs into 5 modules. (c) Gene
expression trends in 5 modules. Red arrows represent positive regulation, and blue arrows represent
negative regulation. (d) The functional linkages between the modules. (e) Regulatory networks of module
1 and module 5.

Figure 7

Drug repositioning based on transcriptome revealed candidate drugs

(a) K-means method clustered the DEGs of 1 h, 3 h, 6 h and 12 h into 3 clusters. (b) KEGG pathway
analysis for coexpressed genes generated by cogena. (c) Computational drug repositioning for the
coexpressed genes. Drug candidates target DEGs in (1) cluster 1 and (2) cluster 2.

Figure 8

Experimental validation of the candidate drugs

(a) The anti-in�ammation effect of candidate drugs detected by qRT-PCR. (b) QRT-PCR and (c) ELISA
showed piperlongumine and �setin suppressed the expression of in�ammatory cytokines. (d)
Piperlongumine and �setin reversed the increased intracellular Fe2+ induced by F. nucleatum stimulation.
Scale bar: 20 μm. (e) Effect of piperlongumine and �setin on the mitochondrial membrane potential.
Scale bar: 20 μm. (f) Quantitative assessment of FerroOrange and JC-1 �uorescence. (g) The ratio of JC-
1 monomers/aggregates. (h) Molecular docking between piperlongumine and main targets. Data were
expressed as mean ± SD. (n=3) (*p < 0.05; **p < 0.01; ***p < 0.001, compared with the control group; #p <
0.05; ##p < 0.01; ###p < 0.001).
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