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Probiotics have been used to treat gastrointestinal disorders. However, the effect of orally intubated
probiotics on oral disease remains unclear. We assessed the potential of oral administration of
Lactobacillus gasseri SBT2055 (LG2055) for Porphyromonas gingivalis infection. LG2055 treatment
significantly reduced alveolar bone loss, detachment and disorganization of the periodontal ligament,
and bacterial colonization by subsequent P. gingivalis challenge. Furthermore, the expression and
secretion of TNF-a and IL-6 in gingival tissue was significantly decreased in LG2055-administered mice

. after bacterial infection. Conversely, mouse (3-defensin-14 (mBD-14) mRNA and its peptide products

. were significantly increased in distant mucosal components as well as the intestinal tract to which
LG2055 was introduced. Moreover, IL-13 and TNF-a production from THP-1 monocytes stimulated with
P. gingivalis antigen was significantly reduced by the addition of human 3-defensin-3. These results
suggest that gastrically administered LG2055 can enhance immunoregulation followed by periodontitis
prevention in oral mucosa via the gut immune system; i.e., the possibility of homing in innate immunity.

. Porphyromonas gingivalis, a Gram-negative anaerobe, is one of the major pathogens associated with chronic

: periodontitis, a disease that causes the destruction of alveolar bone, and, as a consequence, tooth loss’. Recent

* evidence suggests that this bacterium contributes to periodontitis by functioning as a keystone pathogen®>.

. Virulence factors of P. gingivalis—including lipopolysaccharide (LPS), hemagglutinins, gingipains, and fim-

. briae—are important in the induction of immune inflammatory responses and alveolar bone resorption*’.
Furthermore, it has been suggested that chronic inflammation caused by periodontopathic bacteria influences
systemic diseases such as cardiovascular diseases, diabetes, respiratory diseases, and low-birth-weight infants®.
Therefore, the prevention of periodontal inflammation may be useful for the prevention of pathogen-associated
systemic diseases.

The effect of Lactobacillus on human health has been examined for many years. Numerous studies have con-
firmed the beneficial activity of some exogenous lactic acid bacteria in the treatment and prevention of rotaviral
infection, antibiotic-associated diarrhea, inflammatory bowel disease, and other gastrointestinal disorders’.

Lactobacillus gasseri is an indigenous bacterium that colonizes the gastrointestinal tract, oral cavity, and vagina
of humans'®. L. gasseri elicits various health benefits through antimicrobial activity, bacteriocin production, and
immunomodulation of the innate and systemic immune responses'!. Lactobacillus gasseri SBT2055 (LG2055) is
a probiotic lactic acid bacterium with properties such as bile tolerance and the ability to improve the intestinal

© environment!?"°. Increasing evidence also suggests that the induction of epithelial signaling by intestinal lacto-
* bacilli can modulate barrier functions and defensin production, and regulate inflammatory signaling'®. As an
. important member of the defensin family, mouse 3-defensin-14 (mBD14), an antimicrobial ortholog of human
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Figure 1. Reduction in P. gingivalis-induced alveolar bone loss by gastric intubation with LG2055. (a) Thirty
days after P. gingivalis infection, the distance from the cementoenamel junction (CEJ) to the alveolar bone crest
(ABC) at 14 predetermined sites in the defleshed maxilla were measured and totaled for each mouse. (b) Bone
measurements were performed a total of three times by two evaluators using a random and blinded protocol.
All values are presented as the means &= SEM of eight mice per group; **p < 0.01.

B-defensin-3, can contribute to the local innate immune response by combating microbial invasion'”. Although
B-defensin plays a crucial role in the anti-infectious response at local sites'®, its effects on the inflammatory
response and the possible mechanism in the mouth and at remote mucosal sites remain unknown. Therefore, the
present study examined whether oral administration of Lactobacillus gasseri SBT2055 is effective for preventing
experimental periodontal disease.

Results

Gastric intubation of LG2055 suppresses alveolar bone loss, detachment and disorganization
of the periodontal ligament in mice infected with P. gingivalis. To examine the effect of gastric
intubation of LG2055 on the prevention of alveolar bone loss and gingival inflammation induced by P. gingivalis,
mice administered LG2055 or 25% trehalose alone were infected orally with P. gingivalis. Mice gastrically intu-
bated with LG2055 showed a significant reduction in alveolar bone loss caused by P. gingivalis infection compared
to the loss in trehalose-treated mice (Fig. 1). Detachment and disorganization of the periodontal ligament were
also reduced in mice gastrically intubated with LG2055 followed by oral infection with P. gingivalis (Fig. 2a).
Furthermore, P. gingivalis-specific 16S rRNA isolated from gingival tissue 30 days after infection, which is equiv-
alent to that isolated from approximately 1 x 10*P. gingivalis, was markedly reduced by gastric intubation of
LG2055 (Fig. 2b). Notably, no LG2055-specific DNA was detected in gingival tissue 30 days after the last LG2055
treatment.

Gastric intubation of LG2055 reduces the inflammatory response in gingival mononuclear cells
(GMCs) and gingival biopsies. To examine the effect of LG2055 on inflammatory responses in gingival
tissues of mice orally administered P. gingivalis, we examined the IL-6 and TNF-o. mRNA levels in gingival tissues
and GMCs, and IL-6 and TNF-a secretion in GMCs 1 and 30 days after the final infection. P. gingivalis-infected
mice produced higher amounts of IL-6 and TNF-o mRNA in the gingival tissues and GMCs, and higher protein
levels in GMCs than those in sham-infected mice 1 day after the final infection. In contrast, the IL-6 and TNF-«
mRNA and protein levels following P. gingivalis infection were significantly reduced by the oral administration
of LG2055 before infection (Fig. 3a,b and c). These results may reflect differences in cell populations producing
inflammatory cytokines. Our results show that LG2055 administration led to decreased proportions of CD3" and
B220" cells and increased proportions of CD11b* and CD11c™ cells among GMCs (Supplementary Table S1). In
future, it may be necessary to identify the cells in GMC-enriched populations that produce IL-6 and TNF-« in
response to P. gingivalis stimulation.

Mouse (3-defensin-14 induction in gingival tissues by gastric intubation of LG2055. The role
of antimicrobial peptides may be especially important for the oral cavity as it is constantly exposed to microbial
challenges. Furthermore, it was shown that defensins could suppress early events in inflammation and enhance
systemic antibody responses!®. Since several reports have indicated that lactobacilli enhance the production of
antimicrobial peptides in mucosal surfaces such as the gut'?, we examined whether mBD14 could be induced in
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Figure 2. Suppression of P. gingivalis-induced detachment and disorganization of the periodontal ligament,
and bacteria detection by gastric intubation with LG2055. (a) Histochemical analysis of gingival tissue. Thirty
days after P. gingivalis infection, mouse lower jaws with gingival tissue were stained with hematoxylin and eosin.
D: dentin, GE: gingival epithelium, PDL: periodontal ligament. (b) Detection of P. gingivalis-specific 16 S rRNA.
Thirty days after P. gingivalis infection, DNA was extracted from gingival tissues of mice and amplified using
real-time quantitative PCR with a pair of primers corresponding to P. gingivalis-specific 16 S rRNA. Different
numbers of DNA from P. gingivalis 381 were used to generate a standard curve. All values are expressed as the
means &= SEM per mg of tissue for eight mice per group; *p < 0.05.

distant mucosal surfaces (such as gingival tissues) of mice gastrically intubated with LG2055. One week after the
onset of gastric intubation with LG2055, significant expression of mBD14-specific nRNA was detected in the
small intestine, gingival tissue, and tongue (Fig. 4a). Notably, mBD14-specific nRNA levels were significantly
induced in gingival tissue and tongue compared with the small intestine 2 weeks after LG2055 administration,
and those levels were maintained until the first infection with P. gingivalis (Fig. 4a). Furthermore, the production
of mBD14 was significantly enhanced in saliva of mice 3 weeks after gastric intubation with LG2055 (Fig. 4b).
These results suggest that LG2055 administration could enhance the induction of mBD14 in not only the small
intestine but also the oral cavity. The results also raise the possibility that an increase in 3-defensin levels in the
gingiva and saliva after LG2055 administration suppressed inflammatory cytokine production in response to P.
gingivalis infection (Figs 3 and 4). On the other hand, in the trehalose group, no increase in 3-defensin levels was
detected before P. gingivalis infection. These results suggest that it is important to increase 3-defensin production
before exposure for successful infection prevention.

Human 3-defensin-3 suppresses inflammatory cytokine production in monocytes. To examine
the direct effect of 3-defensin on inflammatory cytokine production, we assessed the levels of IL-13 and TNF-« in
supernatants prepared from THP-1 cultures treated with P. gingivalis antigen for 23 h. The supernatants of THP-1
cultures treated with 1,000 ng/mL of P. gingivalis antigen exhibited higher levels of IL-13 (p < 0.05) and TNF-a
(p=0.057) compared with the controls (Fig. 5). In contrast, the addition of recombinant human (3-defensin-3
(rhBD-3) (>1pg/mL) to the culture significantly suppressed IL-13 and TNF-a production. These findings sug-
gest that 3-defensin directly inhibits the inflammatory cytokine production caused by P. gingivalis infection.
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Figure 3. Suppression of the P. gingivalis-induced inflammatory cytokine response in gingival tissues and
GMC:s by gastric intubation with LG2055. (a) Total RNA was extracted from gingival tissue 1 and 30 days after
infection with P. gingivalis, and IL-6 and TNF-o mRNA levels were determined using real-time PCR. (b,c)
GMCs (1 x 105/mL) were isolated 1 and 30 days after P. gingivalis infection, and then cultured for 3 days. (b)
The culture supernatants were collected and subjected to IL-6- and TNF-a-specific ELISAs. (c) The cultured
cells were harvested for RNA isolation and quantification of IL-6 and TNF-a mRNA using real-time PCR. All
values are presented as the means &= SEM of eight mice per group at each time point; **p < 0.01, *p < 0.05.

Discussion

The present study demonstrates the protective effects of gastric intubation of Lactobacillus gasseri SBT2055
(LG2055) against P. gingivalis oral infection. The effects allow mice to be resistant to bacterial infection, as shown
by the improvement in bone resorption (Fig. 1), improvement in detachment and disorganization of the perio-
dontal ligament (Fig. 2a), and the decrease in bacteria (Fig. 2b). It has been reported that massive inflammatory
cell infiltration into gingival tissues and excessive proinflammatory cytokine production frequently occur during
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Figure 4. 3-Defensin-14 expression and protein production in mucosal components of mice administered
LG2055 (a,b). At 0-3 weeks after LG2055 administration and 1 and 30 days after the final P. gingivalis infection,
total RNA was extracted from gingival tissue, tongue, and small intestine, and mRNA levels were determined
using quantitative real-time PCR (a). Similarly, saliva samples were collected and subjected to a 3-defensin-
3-specific ELISA (b). All values are presented as the means & SEM of five mice per group at each time point;
#5p < 0,01, *p < 0.05.

the course of periodontal infection. Therefore, we evaluated IL-6 and TNF-ae mRNA and protein levels in gingival
tissues and GMCs. As shown in Fig. 3a, the IL-6 and TNF-oo mRNA levels in gingival tissues after P. gingivalis
infection were significantly decreased in the group that received LG2055. Furthermore, IL-6 and TNF-ae mRNA
and protein levels were also lower in the GMCs of LG2055-administered mice compared to those of control mice
1 day after P. gingivalis infection (Fig. 3b and c). These results suggest that LG2055 has a preventive effect against
P. gingivalis-induced experimental periodontitis by regulating these inflammatory cytokines.

A recent study showed that oral infection with P. gingivalis induces systemic inflammation and metabolic
changes associated with alterations in the gut microbiota®. Since 3-defensin contributes to homeostatic control
of the enteral environment, it is possible that the decrease in defensin induces dysbiosis, disrupts enteral envi-
ronment, and leads to illness. Clinical studies have linked the defective expression of 3-defensin to the reduced
killing of certain microorganisms by the intestinal mucosa of patients suffering from ileal and colonic Crohn’s
disease (CD)?'. Previous studies have shown that 3-defensin expression or secretion was significantly upregulated
in Caco-2 cells upon stimulation by several Lactobacillus species??. Because LG2055 is an intestinal commensal
bacterium, we examined whether the gastric intubation of LG2055 induced the expression and production of
B-defensins in not only the gut but also oral sites. Our results show that the expression of 3-defensin, which is
critical for antibacterial activity, was enhanced in small intestine, gingival tissue, and tongue 1 week after the
administration of LG2055. Moreover, 3-defensin was secreted in the saliva more than 3 weeks after LG2055
administration. Since the number of P. gingivalis in gingival tissue was significantly decreased by the gastric intu-
bation of LG2055, it was suggested that 3-defensin production in the oral cavity affects bacterial abundance. We
confirmed that the viability of P. gingivalis was decreased by the addition of 3-defensin-3 in vitro. The 3-defensin
levels naturally varied between in vivo and in vitro conditions, but, as an example, the survival rate of 1 x 10° CFU
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Figure 5. Suppression of P. gingivalis antigen-induced inflammatory cytokine release in THP-1 by hBD3.
PMA-primed THP-1 cells were pretreated with various doses of hBD3 for 30 min and stimulated with 1,000 ng/
mL of P. gingivalis antigen for 23 h. The culture supernatants were collected and subjected to IL-13- and TNF-a-
specific ELISAs. The data are presented as the means SD (n = 3) of three independent experiments; **p < 0.01,
#p < 0.05.

of P. gingivalis decreased by 25% with the addition of 10 mg/mL of 3-defensin, and by 75% with the addition of
25mg/mL of 3-defensin (unpublished observation).

A similar effect on P. gingivalis was shown previously?. Further, IL-13 and TNF-« production from THP-1
cells in response to P. gingivalis antigen was significantly suppressed by the addition of hBD3. This suggests that
hBD3 could significantly control the production of inflammatory cytokines both by antibacterial activity against
P. gingivalis and by antigen sensitization followed by P. gingivalis infection. Indeed, 3-defensins have powerful
anti-inflammatory effects on human monocytes?, human monocyte-derived macrophages®, and human mye-
loid dendritic cells (DCs)? treated with LPS or recombinant P. gingivalis hemagglutinin B. These results suggest
that the effect of LG2055 may contribute to enhancement of the host defense system in oral sites prior to perio-
dontopathic bacterial infection. Furthermore, since 3-defensin was also secreted in gingival tissue, tongue, and
saliva, which are remote organs, it was suggested that intestinal cells sensitized with LG2055 could migrate, act
on remote tissue cells, and prompt 3-defensin production locally. We cannot explain why 3-defensin expression
decreased suddenly in week 2 in both the small intestine and gingiva. However, 3-defensin expression tended to
be maintained in the gingiva and tongue for a longer time whereas expression in the small intestine was transient,
and this tendency was consistent aside from during the second week. The durability of 3-defensin should be
checked in future work.

Recently, it was reported that DCs in the intestinal tract migrate into remote secondary lymphoid organs
and influence local sites?”. Therefore, enteric DCs sensitized with LG2055 may migrate and promote the pro-
duction of B-defensin by interacting with oral epithelial cells. According to our data, a significant increase
in DCs among GMCs was observed after LG2055 sensitization (Supplementary Fig. S1). We plan to confirm
whether this phenomenon is specific to LG2055. Previous studies have shown that tumor antigen-pulsed DCs
migrate to the upper respiratory tract after mucosal administration in humans®®. Moreover, cross talk with DCs
is required for 3-defensin production in gingival epithelial cells®. In contrast, it was shown that IL-17 and IL-22
promote 3-defensin production in epithelial cells**3!. Furthermore, IL-17-producing 40 T cells could induce
CXCL8-mediated migration and IL-17-dependent production of 3-defensin by epithelial cells®?. Intestinal
innate lymphoid cells (ILCs), including NK-like cells, lymphoid tissue inducer (LTi) cells, and ~6 IELs also
respond to pro-inflammatory cytokines to upregulate IL-22. Therefore, enteric IL-17-producing 10 T cells®*** or
IL-22-producing ILCs** induced by LG2055 may migrate and promote the production of 3-defensin by interact-
ing with oral epithelial cells.

In conclusion, our results demonstrate that gastric administration of LG2055 could control oral inflammation
and bone resorption by P. gingivalis infection. Furthermore, the suppression of inflammatory cytokine produc-
tion in gingival tissue by gastric administration of LG2055 may correlate with 3-defensin production in oral
sites. Since the administration of tablets containing Lactobacillus reuteri significantly decreased the number of
periodontal pathogens in the subgingival microbiota and was effective as an adjunct to scaling and root planing
in chronic periodontitis in a randomized clinical trial*>%, it is probable that the results observed in our animal
experiment will also be seen in the human oral cavity in clinical trials. Further study is required regarding the
detailed mechanism underlying the induction of 3-defensin production in the oral cavity by gastric administra-
tion of LG2055.
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Figure 6. Experimental procedure. Eight-week-old female BALB/c mice were randomly divided into three
groups (n =36 per group); groups 1 and 2 were orally intubated with 25% trehalose or LG2055 (1 x 10°
CFU/200 pL/mouse) throughout the experiment once per day for 5 weeks. After administration for 3 weeks,
mice were orally infected with P. gingivalis (1 x 103 CFU/100 pL with 5% CMC/mouse) once per day for 2
weeks. The third group received 5% CMC without oral intubation. Mice were sacrificed 0, 1, 2, and 3 weeks
(n=5 at each time point) after LG2055 administration for a mouse 3-defensin-3 assay, and were sacrificed 1
and 30 days (n = 8 at each time point) after P. gingivalis infection for mouse 3-defensin-3 assay, GMC cultures,
bacterial detection, histological analysis, and alveolar bone loss evaluation. The English in this document has
been checked by at least two professional editors, both native speakers of English. For a certificate, please see:
http://www.textcheck.com/certificate/bnmrY9.

Methods

Mice. Eight-week-old female BALB/c Cr Slc (BALB/c) mice, obtained from Sankyo Laboratories (Tokyo,
Japan), were provided regular mouse feed and water ad libitum. The mice were maintained under specific-path-
ogen-free conditions on temperature-controlled clean racks with a 12-h light-dark cycle. All animal experi-
ments were performed in accordance with the guidelines of the Bioscience Committee of Nihon University and
were approved by the Institutional Animal Care and Use Committee of Nihon University (Approval number:
AP11MDO016).

Lactobacillus gasseri SBT2055 (LG2055) preparation. LG2055 was provided by the Milk Science
Research Institute, Megmilk Snow Brand Co., Ltd. LG2055 was cultured in MRS broth (Difco Laboratories,
Detroit, MI, USA) at 37 °C for 18 h and harvested by centrifugation at 10,000 X g for 15min at 4 °C. The cells were
washed twice with sterile PBS (—), resuspended in 25% trehalose solution, and stored at —80 °C until use. The
influence on total viable bacterial count by freeze thawing was minimal.

Bacterial strain.  Porphyromonas gingivalis strain 381 was cultured anaerobically as described previously®’.
The bacteria were harvested from brain heart infusion broth (Difco Laboratories) supplemented with hemin
(5mg/mL) and menadione (0.4 mg/mL) and resuspended in 5% carboxymethyl cellulose (CMC) for oral
infection.

Experimental design. Mice were randomly divided into three groups (n= 36 per group; Fig. 6). The
first and second groups were orally intubated with a 25% trehalose solution or LG2055 suspension (1 x 10°
CFU/200 uL/mouse) through a syringe fitted with a ball-type feeding needle once per day for 5 weeks. At 3 weeks
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after oral intubation was started, the mice were orally infected with live P. gingivalis (1 x 108 CFU/100 uL with
5% CMC/mouse) once per day for 14 days. The third group consisted of sham-infected mice that received CMC
without oral intubation. LG2055 and P. gingivalis were administered at specific time intervals.

Histological analysis of gingival tissue and the measurement of alveolar bone loss.  Thirty days
after the last infection, mice were sacrificed and the skin of the lower jaw was removed and fixed in 1% paraform-
aldehyde in PBS for 24 h. The lower jaw was decalcified by incubation in 150 mM EDTA in PBS for 5-7 days at
4°C and then embedded in paraffin. Four-micrometer-thick serial sections were then prepared and stained with
hematoxylin and eosin. Horizontal bone loss around the maxillary molars was assessed using a morphometric
method, as described previously®. Briefly, after removing gingival tissue, skulls were immersed overnight in
3% hydrogen peroxide, pulsed for 1 min in bleach, and stained with 1% methylene blue. The distance from the
cementoenamel junction to the alveolar bone crest was measured at 14 buccal sites per mouse®®. Measurements
were made under a dissecting microscope (x20) fitted with a video image marker measurement system standard-
ized to provide measurements in millimeters.

GMCisolation. At 1and 30 days after the final P. gingivalis infection, mice were sacrificed and gingival tissues
from the upper and lower jaws were carefully removed using microsurgical tweezers under a stereomicroscope.
Cells from gingival tissues were prepared by gently teasing the tissue through sterile stainless steel screens, fol-
lowed by an enzymatic dissociation procedure with 0.3 mg/mL of collagenase (Nitta Gelatin Co. Ltd., Osaka,
Japan) in RPMI 1640 (Wako Pure Chemical Industries Ltd., Osaka, Japan)*’. GMCs were enriched to 60-80%
purity through discontinuous Percoll gradients (Pharmacia Fine Chemicals, Uppsala, Sweden) and resuspended
in RPMI 1640 supplemented with HEPES buffer (15 mM), L-glutamine (2 mM), penicillin (100 U/mL), strepto-
mycin (100 pg/mL), and 10% fetal bovine serum (Biofill, Victoria, Australia) (complete medium). GMC-enriched
populations (2 x 10° cells) were stained with a combination of fluorescence-conjugated or biotinylated mono-
clonal antibodies, including anti-CD3, -B220, -CD11c, and -CD11b (BD Pharmingen, San Diego, CA, USA).
The samples were subjected to FACS analysis to confirm cell purity and phenotype. The GMCs contained mon-
onuclear cells positive for CD3 and B220, as well as monocytes (including macrophages and DCs) with >99%
viability (Supplementary Table S1).

Cytokine- and 3-defensin-specific ELISAs. GMCs (1 x 105/mL) were cultured in complete medium for
3 days and the culture supernatants were collected and subjected to IL-6- and TNF-a-specific ELISAs. We used
a mouse IL-6 and TNF-a immunoassay kit (R&D Systems Inc., Minneapolis, MN, USA) to quantify IL-6 and
TNF-« in culture supernatants. After removing the culture supernatant, total RNA was extracted from GMCs and
subjected to quantitative real-time PCR for IL-6 and TNF-a mRNA. Salivary 3-defensin-3 levels were analyzed
using a Mouse DEFB3/Beta Defensin 3 ELISA Kit (LSBio, Seattle, WA, USA). Briefly, mouse saliva was collected
1,2, and 3 weeks after the initial administration of LG2055, and on days 1 and 30 after the last P. gingivalis infec-
tion. Since 3-defensin has a strong positive electric charge, the saliva samples were pretreated with Tween 20 and
dilute HCI to break the bond between (3-defensin and components with a negative electric charge (e.g., mucin).
Briefly, 0.1 N HCI containing 0.5% Tween 20 was added to the saliva samples at a 1:9 ratio and centrifuged at
15,000 x g for 10 min at 4°C. The saliva samples were then stored at —20 °C until analysis.

Analysis of gene expression in GMCs, gingival tissue, tongue, and small intestine. Every week
from 0 to 3 weeks after LG2055 administration and on days 1 and 30 after the final P. gingivalis infection, total
RNA from gingival tissue, tongue, and small intestine samples was extracted using an RNeasy Mini kit and treated
with DNase I (Qiagen, Germantown, MD, USA) according to the manufacturer’s instructions. Aliquots of RNA
were then reverse-transcribed with oligo(dT) primers using SuperScript® reverse transcriptase (Invitrogen
Corp., Tokyo, Japan) to generate cDNA. Quantitative real-time RT-PCR analyses were performed using a
Thermal Cycler Dice real-time PCR system (Takara Bio Inc., Otsu, Japan) in accordance with the manufactur-
er’s protocol. All reactions were carried out in a total volume of 25 mL, containing 30 ng of reverse-transcribed
RNA, 12.5mL of 2x SYBR Green PCR Master Mix (Takara Bio Inc.), and each primer at 100 nM. Specific
primers for IL-6, TNF-a, and GAPDH were supplied by Takara Shuzo (Kyoto, Japan). The specific primer
for mbD14 was synthesized as described previously*'. The primer sequences were as follows: IL-6 forward
(5'-CCACTTCACAAGTCGGAGGCTTA-3') and reverse (5'-GCAAGTGCATCATCGTGTTCATAC-3'); TNF-«
forward (5-GGAGTAGACAAGGTAC-3') and reverse (5-TATGGCCCAGACCCTCACA-3'); mbD14 forward
(5'-TCTTGTTCTTGGTGCCTGCT-3') and reverse (5'-CGACCGCTATTAGAACATCGAC-3'); and GAPDH
forward (5’-TGTGTCCGTCGTGGATCTGA-3') and reverse (5-TTGCTGTTGAAGTCGCAGGAG-3’). PCR
was performed using the following protocol: 95 °C for 15 min, followed by 40 cycles of 95 °C for 155, 60 °C for 10s,
and 72°C for 30s. The amplification of each gene and melting curve analysis were performed in triplicate. Target
mRNA levels were normalized to that of GAPDH mRNA.

Porphyromonas gingivalis- or LG2055-specific 16 S rRNA. Thirty days after the final P. gingivalis
infection, DNA was extracted from whole gingival tissues from the upper and lower jaws using a Q[Aamp DNA
Mini Kit (Qiagen). Quantification of P. gingivalis or LG2055 was performed by real-time PCR using P. gingivalis-
or LG2055-specific primers based on 16 S rRNA genes. The primer sequences were as follows: P. gingivalis
forward (5-AGGCAGCTTGCCATACTGCG-3’) and reverse (5-ACTGTTAGCAACTACCGATGT-3’); and
LG2055 forward (5'-AGCGACCGAGAAGAGAGAGA-3’) and reverse (5'-TGCTATCGCTTCAAGTGCTT-3').
The number of bacteria per weight of the gingival tissues was calculated.

In vitro culture. Acute monocytic leukemia (THP-1) cells were obtained from the JCRB Cell Bank (Health
Science Research Resources Bank, Osaka, Japan) and cultured in RPMI 1640 containing 10% fetal bovine
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serum (Biofill), 10 mM HEPES, 100 wU/mL of penicillin, and 100 pg/mL of streptomycin (Invitrogen Corp.).
Porphyromonas gingivalis antigen was prepared as described previously*?. THP-1 cells (1 x 10/well) were pre-
treated with 0.5 M PMA for 3 h, and then cultured with P. gingivalis antigen (1000 ng/mL) for 23 h. To assess
the anti-inflammatory effects of 3-defensin, cells were pre-incubated for 30 min with 0, 0.2, 1.0, and 5.0 ug/mL
doses of recombinant human 3-defensin-3 (thBD-3) before adding antigen. The culture supernatants were then
collected and subjected to IL-6- and TNF-a-specific ELISAs (R&D Systems Inc.).

Statistical analysis.  All results are presented as means =+ the standard errors of the mean (SEM), and experi-
mental groups were compared with controls using an unpaired non-parametric Mann-Whitney U test in Statview
software.

References

1.
2.

3.

11.
12.
13.
14.
15.
. Wells, J. M. Inmunomodulatory mechanisms of lactobacilli. Microb Cell Fact 10 (Suppl 1), S17 (2011).
17.
18.
19.
20.

21.

22.
23.

24.
25.

26.

27.
28.

29.
30.
31.
32.
33.
34.
35.

36.

Socransky, S. S., Haffajee, A. D., Cugini, M. A., Smith, C. & Kent, R. L. Jr. Microbial complexes in subgingival plaque. J Clin
Periodontol 25, 134-144 (1998).

Hajishengallis, G. et al. Low-abundance biofilm species orchestrates inflammatory periodontal disease through the commensal
microbiota and complement. Cell Host Microbe 10, 497-506 (2011).

Darveau, R. P, Hajishengallis, G. & Curtis, M. A. Porphyromonas gingivalis as a potential community activist for disease. ] Dent Res
91, 816-820 (2012).

. Lamont, R. J. & Jenkinson, H. E Life below the gum line: pathogenic mechanisms of Porphyromonas gingivalis. Microbiol Mol Biol

Rev 62, 1244-1263 (1998).

. Holt, S. C., Kesavalu, L., Walker, S. & Genco, C. A. Virulence factors of Porphyromonas gingivalis. Periodontol 2000 20, 168-238

(1999).

. Lamont, R. J. & Jenkinson, H. F. Subgingival colonization by Porphyromonas gingivalis. Oral Microbiol Immunol 15, 341-349

(2000).

. NM, O. B.-S., Veith, P. D., Dashper, S. G. & Reynolds, E. C. Porphyromonas gingivalis gingipains: the molecular teeth of a microbial

vampire. Curr Protein Pept Sci 4, 409-426 (2003).

. Hajishengallis, G. Periodontitis: from microbial immune subversion to systemic inflammation. Nat Rev Immunol 15, 30-44 (2015).
. Vandenplas, Y., Huys, G. & Daube, G. Probiotics: an update. Jornal Pediatr 91, 6-21 (2015).
. Hammes, W. P. and R. F. Vogel. The genus Lactobacillus, p. 19-54. In: B. J. B. Wood and W. H. Holzapfel (ed.), The lactic acid

bacteria. Volume 2. The genera of lactic acid bacteria. Blackie Academic & Professional, London. (1995).

Selle, K. & Klaenhammer, T. R. Genomic and phenotypic evidence for probiotic influences of Lactobacillus gasseri on human health.
FEMS Microbiol Rev 37,915-935 (2013).

Fujiwara, S., Seto, Y., Kimura, A. & Hashiba, H. Establishment of orally-administered Lactobacillus gasseri SBT2055SR in the
gastrointestinal tract of humans and its influence on intestinal microflora and metabolism. ] Appl Microbiol 90, 343-352 (2001).
Takahashi, H., Fujita, T., Suzuki, Y. & Benno, Y. Monitoring and survival of Lactobacillus gasseri SBT2055 in the human intestinal
tract. Microbiol Immunol 50, 867-870 (2006).

Usman & Hosono, A. Bile tolerance, taurocholate deconjugation, and binding of cholesterol by Lactobacillus gasseri strains. ] Dairy
Sci 82,243-248 (1999).

Sato, M. et al. Effects of milk fermented by Lactobacillus gasseri SBT2055 on adipocyte size in rats. Br ] Nutr 99, 1013-1017 (2008).

Rohrl, J., Yang, D., Oppenheim, J. J. & Hehlgans, T. Human beta-defensin 2 and 3 and their mouse orthologs induce chemotaxis
through interaction with CCR2. ] Immunol 184, 6688-6694 (2010).

Kohlgraf, K. G., Pingel, L. C., Dietrich, D. E. & Brogden, K. A. Defensins as anti-inflammatory compounds and mucosal adjuvants.
Future Microbiol 5,99-113 (2010).

Kemgang, T. S., Kapila, S., Shanmugam, V. P. & Kapila, R. Cross-talk between probiotic lactobacilli and host immune system. ] Appl
Microbiol 117, 303-319 (2014).

Arimatsu, K. et al. Oral pathobiont induces systemic inflammation and metabolic changes associated with alteration of gut
microbiota. Sci Rep 4, 4828 (2014).

Chamaillard, M. & Dessein, R. Defensins couple dysbiosis to primary immunodeficiency in Crohn’s disease. World ] Gastroenterol
17, 567-571 (2011).

Schlee, M. et al. Probiotic lactobacilli and VSL#3 induce enterocyte beta-defensin 2. Clin Exp Immunol 151, 528-535 (2008).
Maisetta, G. et al. activity of human beta-defensin 3 alone or combined with other antimicrobial agents against oral bacteria.
Antimicrob Agents Chemother 47, 3349-3351 (2003).

Shi, J. et al. A novel role for defensins in intestinal homeostasis: regulation of IL-1beta secretion. ] Immunol 179, 1245-1253 (2007).
Miles, K. et al. Dying and necrotic neutrophils are anti-inflammatory secondary to the release of alpha-defensins. J Immunol 183,
2122-2132(2009).

Pingel, L. C. et al. Human beta-defensin 3 binds to hemagglutinin B (rHagB), a non-fimbrial adhesin from Porphyromonas
gingivalis, and attenuates a pro-inflammatory cytokine response. Immunol Cell Biol 86, 643-649 (2008).

Milling, S., Yrlid, U,, Cerovic, V. & MacPherson, G. Subsets of migrating intestinal dendritic cells. Immunol Rev 234, 259-267 (2010).
Horiguchi, S. et al. Migration of tumor antigen-pulsed dendritic cells after mucosal administration in the human upper respiratory
tract. J Clin Immunol 27, 598-604 (2007).

Yin, L. et al. Differential and coordinated expression of defensins and cytokines by gingival epithelial cells and dendritic cells in
response to oral bacteria. BMC Immunol 11, 37 (2010).

Kao, C. Y. et al. IL-17 markedly up-regulates beta-defensin-2 expression in human airway epithelium via JAK and NF-kappaB
signaling pathways. J Immunol 173, 3482-3491 (2004).

Li, A. et al. IL-22 Up-Regulates beta-Defensin-2 Expression in Human Alveolar Epithelium via STAT3 but Not NF-kappaB Signaling
Pathway. Inflammation 38, 1191-1200 (2015).

Caccamo, N. et al. Differentiation, phenotype, and function of interleukin-17-producing human Vgamma9Vdelta2 T cells. Blood
118, 129-138 (2011).

Korn, T. & Petermann, F. Development and function of interleukin 17-producing gammadelta T cells. Ann N Y Acad Sci 1247, 34-45
(2012).

Maynard, C. L., Elson, C. O., Hatton, R. D. & Weaver, C. T. Reciprocal interactions of the intestinal microbiota and immune system.
Nature 489, 231-241 (2012).

Iniesta, M. et al. Probiotic effects of orally administered Lactobacillus reuteri-containing tablets on the subgingival and salivary
microbiota in patients with gingivitis. A randomized clinical trial. ] Clin Periodontol 39, 736-744 (2012).

Teughels, W. et al. Clinical and microbiological effects of Lactobacillus reuteri probiotics in the treatment of chronic periodontitis:
arandomized placebo-controlled study. J Clin Periodontol 40, 1025-1035 (2013).

SCIENTIFICREPORTS |7: 545 | DOI:10.1038/s41598-017-00623-9 9



www.nature.com/scientificreports/

37. Koizumi, Y., Kurita-Ochiai, T., Oguchi, S. & Yamamoto, M. Nasal immunization with Porphyromonas gingivalis outer membrane
protein decreases P. gingivalis-induced atherosclerosis and inflammation in spontaneously hyperlipidemic mice. Infect Immun 76,
2958-2965 (2008).

38. Klausen, B., Evans, R. T. & Sfintescu, C. Two complementary methods of assessing periodontal bone level in rats. Scand ] Dent Res
97, 494-499 (1989).

39. Momoi, E. et al. Nasal vaccination with the 40-kilodalton outer membrane protein of Porphyromonas gingivalis and a nontoxic
chimeric enterotoxin adjuvant induces long-term protective immunity with reduced levels of immunoglobulin E antibodies. Infect
Immun 76, 2777-2784 (2008).

40. Yuzawa, S. et al. Sublingual vaccination with fusion protein consisting of the functional domain of hemagglutinin A of
Porphyromonas gingivalis and Escherichia coli maltose-binding protein elicits protective immunity in the oral cavity. FEMS
Immunol Med Microbiol 64, 265-272 (2012).

41. Hinrichsen, K. et al. Mouse beta-defensin-14, an antimicrobial ortholog of human beta-defensin-3. Antimicrob Agents Chemother
52,1876-1879 (2008).

42. Maekawa, T. et al. Porphyromonas gingivalis antigens and interleukin-6 stimulate the production of monocyte chemoattractant
protein-1 via the upregulation of early growth response-1 transcription in human coronary artery endothelial cells. ] Vasc Res 47,
346-354 (2010).

Acknowledgements

The authors would like to thank Drs Yohei Nakayama and Tetsuro Kono, Nihon University School of Dentistry
at Matsudo for their help and support. This study was supported by research funds from Megmilk Snow Brand
Co. Ltd., by Grants-in-Aid for Scientific Research (26463145) from the Japan Society for the Promotion of
Science, Nihon University Multidisciplinary Research Grant for (2014-2015); and by the “Strategic Research
Base Development” Program (Japan [MEXT], 2010-2014 [S1001024]) for Private Universities of the Ministry of
Education, Culture, Sports, Science and Technology, Japan.

Author Contributions

R.K. performed the experimental work and wrote the manuscript. Toshiya Kobayashi and T.H. analyzed the data
and contributed to the discussion. ES. and M.Y. also contributed to the discussion. Tomoko Kurita-Ochiai wrote
the manuscript. All authors reviewed the manuscript.

Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-00623-9

Competing Interests: Toshiya Kobayashi, ES., and T.H. are employees of Megmilk Snow Brand Co., Ltd. R.X,,
M.Y. and Tomoko Kurita-Ochiai declare no conflict of interest.

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images
T o1 other third party material in this article are included in the article’s Creative Commons license,

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this
license, visit http://creativecommons.org/licenses/by/4.0/

© The Author(s) 2017

SCIENTIFICREPORTS |7: 545 | DOI:10.1038/s41598-017-00623-9 10


http://dx.doi.org/10.1038/s41598-017-00623-9
http://creativecommons.org/licenses/by/4.0/

	Oral administration of Lactobacillus gasseri SBT2055 is effective in preventing Porphyromonas gingivalis-accelerated period ...
	Results

	Gastric intubation of LG2055 suppresses alveolar bone loss, detachment and disorganization of the periodontal ligament in m ...
	Gastric intubation of LG2055 reduces the inflammatory response in gingival mononuclear cells (GMCs) and gingival biopsies. 
	Mouse β-defensin-14 induction in gingival tissues by gastric intubation of LG2055. 
	Human β-defensin-3 suppresses inflammatory cytokine production in monocytes. 

	Discussion

	Methods

	Mice. 
	Lactobacillus gasseri SBT2055 (LG2055) preparation. 
	Bacterial strain. 
	Experimental design. 
	Histological analysis of gingival tissue and the measurement of alveolar bone loss. 
	GMC isolation. 
	Cytokine- and β-defensin-specific ELISAs. 
	Analysis of gene expression in GMCs, gingival tissue, tongue, and small intestine. 
	Porphyromonas gingivalis- or LG2055-specific 16 S rRNA. 
	In vitro culture. 
	Statistical analysis. 

	Acknowledgements

	Figure 1 Reduction in P.
	Figure 2 Suppression of P.
	Figure 3 Suppression of the P.
	Figure 4 β-Defensin-14 expression and protein production in mucosal components of mice administered LG2055 (a,b).
	Figure 5 Suppression of P.
	Figure 6 Experimental procedure.




