OMVs of P. gingivalis retain the immunodominant
determinants

We next examined whether OMVs function as a reservoir of
immunoreactive antigens. We performed whole-cell ELISA to test
the reactivity of preimmune serum and three mouse antisera
(raised against whole P. gingivalis wild type by conventional
immunization) to the wild type and ga/E mutant. All three antisera
showed a significantly higher reaction to unwashed wild type than
to unwashed galE mutant (asterisk-1 in Fig. 2), while background
reacuvity of preimmune serum to the wild type and galE mutant
were comparable, irrespective of washing. All antisera showed
significanty lower reactivities to both washed wild type and the
washed galE mutant, compared to when the corresponding
bacteria without washing served as ELISA antigen (asterisk-2
and -3 in Fig. 2). Washing resulted in a larger decrease in antisera
reactivity for the wild type (asterisk-2 in Fig. 2) than for the galE
mutant (asterisk-3 in Fig. 2), indicating that cell washing drastically
reduced surface antigenicity due to loss of OMVs and probably
other bacterial appendages as well. When washed cells were used
as antigen, two of the three antsera, antiserum-1 and -3, had
significantly stronger reactivity to the galF mutant than to the wild
type (asterisk-4 in Fig. 2). It is possible that the ga/E mutant is more
antigenic than the wild type, because antigenic determinants on
the outer membrane of the ga/E mutant may be more readily
exposed to the environment by deglycosylation of LPS [23] and/
or outer membrane glycoproteins [27].

In Figure 2, we showed that OMVs associated with bacteria
enhanced antigenicity. However, LPS may also play a key role in
eliciting antibody production and therefore may affect the
antigenicity of Gram-negative bacteria. To determine whether
LPS and/or OMVs are involved in antigenicity, we examined the
reactivity of mouse serum IgG to LPS and OMVs using
preimmune serum and one of three antisera against P. gingivalis
that showed reactivity to the whole cells, antiserum-2 (Fig. 2). The
reactivity of preimmune serum against OMV or LPS was low
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(Fig. 3A). Antiserum-2 reacted strongly to OMV, but not to LPS
(Fig. 3A).

To provide further confirmation, we performed an absorption
assay where specific antibodies were absorbed from the sera before
ELISA. To remove LPS- or OMV- specific antibodies, the sera
were absorbed by pre-incubation with LPS or OMV. The
reactivity of antiserum-2 to whole P. gingwalis cells decreased
significantly after pre-incubation with OMV in comparison to pre-
incubation with PBS (Fig. 3B). However, pre-incubation with LPS
did not influence the reactivity of the antiserum-2 against P.
gingiwalis (Fig. 3B). We also obtained similar results obtained by
absorption assay using the other antisera (antserum-1 and -3).

OMVs of P. gingivalis elicit P. gingvalis-specific humoral
immune responses

To investigate whether OMVs have the potential to induce not
only antibodies in blood, but also mucosal antibodies that recognize
P. gingiwalis in mice, we designed an intranasal immunization
protocol using OMVs and a mucosal adjuvant (Fig. 4A). Double-
stranded RNA has been shown to be an effective adjuvant for
mucosal vaccination against influenza virus [28,29]. Therefore, we
chose Poly (I:C), a double-stranded RNA adjuvant, as our vaccine
adjuvant. Briefly, after intranasal immunization of OMVs or whole-
cell P. gingivalis twice on day 0 and day 21, mice were sacrificed at
week five, and Ig tters were determined by whole cell ELISA.
Intranasal immunization with P. gingwalis whole cells did not
effectively induce P. gingiwalis-specific antibodies (Fig. 4B-E). In
contrast, immunization with OMVs strongly induced P. gingivalis-
antibodies in mice (Fig. 4B, C, and E). Notably, OMVs also strongly
induced nasal wash IgA, as well as serum IgG and IgA. As with the
nasal wash, we also observed strong induction of saliva IgA in mice
immunized with OMVs (Fig. 4F), but not in either sham-
immunized (PBS) (Fig. 4F) or pre-immune mice (data not shown).
P. gingivalis-specific serum IgM was not found due to similar
reactivity among all mouse groups (Fig. 4D).

£33 Wild type - ne wash
=1 Wild type — washed
E=3 ga/F matant - no wash
[ galf mutant - washed

Figure 2. Analysis of antigenicity of whole cells from wild type and the ga/F mutant using P. gingivalis antisera. ELISA plates were
coated with freeze-fried P. gingivalis wild type or the galE mutant. Bacteria were either washed twice with PBS or left unwashed before coating. P.
gingivalis antisera from three different mice and a pre-immune serum were used at dilutions of 1:1,000. Sera reactivity was determined as the
absorbance at 405 nm (mean *+ SD) for triplicate assays after a 30-min incubation with alkaline phosphatase substrate. Asterisks-1, -2, -3, and -4

denote statistically significant differences (p<<0.05).
doi:10.1371/journal.pone.0026163.g002
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Figure 3. P. gingivalis antiserum cross-reacts strongly with OMVs, but not with LPS. (A) ELISA plates were coated with LPS and OMVs of P.
gingivalis. P. gingivalis, antiserum-2 and pre-immune serum were used at dilutions of 1:1,000. Sera reactivity was determined as the absorbance at
405 nm (mean =+ SD) for triplicate assays after a 30-min incubation with alkaline phosphatase substrate. (B) To test whether antiserum-2 cross-reacts
with OMVs or LPS, we absorbed the serum against LPS and OMVs and removed bound antibodies. ELISA results are expressed as absorbance at
405 nm (mean = SD) after a 30-min incubation with alkaline phosphatase substrate.

doi:10.1371/journal.pone.0026163.g003

Discussion

In Fig. 1A and B, we demonstrated that OMVs were not
detectable in the galE mutant. Growth of the galE mutant was
similar to that of the wild type (Fig. 1D), however, the limulus
activity of the respective supernatants was quite different. The
limulus activity of the wild type strain supernatant increased
steadily through culture day 3, while that of the galE mutant
remained similar to baseline (Fig. 1C). These data suggest that
OMY probably plays an important role in dissemination of LPS to
the external environment during growth. However, since galE
mutation causes pleiotropic effects [23,27], it is also possible that
changes in OMV formation and LPS release are two unrelated
events in this mutant.

When washed bacterial cells were used as antigen for ELISA, all P.
gingivalis antisera exhibited drastically decreased reactivity to the wild
type (asterisk-2 in Fig. 2), but only mildly decreased reactivity to the
galE mutant (asterisk-3 in Fig. 2). P. gingivalis antiserum recognized
OMV, but not LPS (Fig. 3A). Absorption assays revealed that P.
gingivalis antiserum reactivity to whole bacteria decreased after pre-
incubation with OMVs (Fig. 3B). Our data suggest that OMVs play
a pivotal role in the antigenicity of P. gingivalis and other appendages
loosely tethered to the outer membrane, such as fimbriae may also
affect the antgenicity of P. gingivalis.

@ PLoS ONE | www.plosone.org

The presence of OMVs on P. gingivalis (Fig. 1A) may confer
increased antigenicity simply because the vesicles effectively
expand the bacterial surface area. On the other hand, surprisingly,
P. gingivalis-specific antibody was not detectable when mice were
immunized with whole P. gingivalis cells, while OMV immunization
strongly elicited specific antibodies (Fig. 4). Therefore, an
alternative reason that both antigenicity and immunogenicity
were enhanced by the presence of OMVs might be that
immunodominant determinants are more concentrated on OMVs
than on the bacterial surface itself. Many reports have shown that
virulence factors are associated with OMVs in Gram-negative
bacteria (reviewed by [30]), including P. gingivalis [14,15,16,17,18].
Thus, we suggest that our strategy of OMV vaccination via the
nasal cavity might be applicable to P. gingivalis bacterial infections
whose virulence factors are enriched in the OMV.

Double-stranded RNA, such as the Poly (I:C) and Ampligen®,
is a Toll-like receptor 3 (TLR3) agonist. Promising results have
been obtained using Poly(I:C) or Ampligen® as an adjuvant in
flu vaccine delivered intranasally to mice [28,29]. The safety of
Ampligen® also has been established in clinical trials for patients
with chronic fatigue syndrome in the U.S. [31]. On the other
hand, in many animal studies cholera toxin (CT) B subunit or
the mutant CTB [32] has been used as a strong adjuvant to
induce protective immunity. However, use of heat-labile
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Figure 4. Immunogenicity of OMVs and whole cells of P. gingivalis after intranasal immunization. (A) The timeline of immunization is
shown. (B-E) ELISA plates were coated with P. gingivalis whole cells. Samples of serum, nasal washes and saliva taken from mice immunized with P.
gingivalis OMV, P. gingivalis whole cells (WC), and sham-immunized (PBS) mice. P. gingivalis-specific serum IgG (B), serum IgA (C), serum IgM (D), and
nasal wash IgA (E) were examined by ELISA. For the salivary IgA (F), un-diluted saliva samples from OMV-immunized mice were compared with those
from sham-immunized (PBS) mice. The results of triplicate assays are expressed as absorbance (mean * SD) at 405 nm after a 30-min incubation with
alkaline phosphatase substrate. In (A) to (E), the serum and nasal wash samples were from four mice per OMV-immunized group, four mice per P.
gingivalis whole cells-immunized group (WC) and two mice per PBS control group. In (F), the saliva samples were from two PBS-immunized mice and
three OMV-immunized mice.

doi:10.1371/journal.pone.0026163.g004

enterotoxin (LT), which is structurally and functionally similar It has been reported that intraperitoneal administration of
to CT, has been linked to severe complications, such as several OMVs derived from Salmonella typhimurium activated Salmonella-
cases of Bell’s palsy (facial paralysis) [33]. Therefore, at present, specific T and B cell responses and elicits protective immunity
an adjuvant derived from a toxin is impractical for use in a against challenge with live bacteria in mice [34]. A recent report
human vaccine, especially for periodontal disease vaccine, showed that intranasal administration of OMVs derived from V.
because the benefit of the vaccine must far outweigh the risk cholerae successfully induced protective immunity in mice [21],
of serious side effects. although it remains unknown whether undesirable molecules such
In this study, we applied Poly (I:C) as an adjuvant for OMV as CT are present as containants in the OMYV preparation and
intranasal immunization of mice. Without using a toxin-derived ~ whether clinical use is safe. As OMV is a cell-free antigen, its use
adjuvant, we successfully elicited an s-IgA response in saliva as well as a vaccine is safer than the conventional live-attenuated vaccine.
as a serum IgG response. In periodontal pockets, periodontopathic In addition, an OMYV vaccine is superior to other formulations,
bacteria float as planktonic cells or form biofilms in the fluid such as a purified protein vaccine, for economical reasons and in
composed of gingival cervicular fluid (GCF) and saliva. While the terms of its stability at ambient temperature. In the present study,
GCF contains abundant immunoglobulins (mostly IgG) exuding we characterized the immunological properties of P. gingivalis
from blood vessels, the saliva contains abundant s-IgA. Therefore, OMV. In conclusion, we suggest that P. gingivalis OMV might
both the systemic and mucosal immune responses contribute to have application as a periodontal disease vaccine. To our
humoral immunity in the oral cavity and are important in the knowledge, this is the first study using a combination of bacterial
context of a vaccine strategy against periodontal diseases. In OMYV and Poly (I:C) for strong induction of bacterial-specific s-
particular, s-IgA is regarded as a main player in immunological IgA in saliva and nasal washes as well as IgG and IgA in serum.
defense at the mucosal surface because pathogen-specific s-IgA can Further studies will be required to examine whether this strategy
inactivate the pathogen before it invades the host. In addition, s- can protect against bacterial challenge and to eclucidate the
IgA is generally more cross-reactive against pathogen variants than mechanism of humoral immune responses to intranasal adminis-
IgG and other classes of immunoglobulins. tration of OMV.
@ PLoS ONE | www.plosone.org 6 October 2011 | Volume 6 | Issue 10 | e26163
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Abstract

Streptococcus mutans plays an important role in biofilm formation on the tooth surface and is the primary causative agent of
dental caries. The binding of S. mutans to the salivary peliicle is of considerabie etiologic significance and is important in
biofilm development. Recently, we produced NOD/SCID.e2f1 ™/ ‘mice that show hyposalivation, lower salivary antibody,
and an extended life span compared to the parent strain: NOD.e2f7 =/~ In this study we used NOD/SCID.e2f1~'~ 4 or 6 mice
to determine the roles of several salivary components in S. mutans colonization in vivo. 5. mutans colonization in NOD/
SCID.e2f1™"~ mice was significantly increased when mice were pre-treated with human saliva or commerdial salivary -
components. Interestingly, pre-treatment with secretory IgA (slgA) at physiological concentrations promoted significant
colonization of 'S. mutans compared with sigA at higher concentrations, or with human saliva or other components.: Our
data suggest the principal effects of specific slgA on S. mutans occur during S. mutans colonization, where the appropriate
concentration of specific sigA may serve as an anti-microbial agent, agglutinin, or an adherence receptor to surface
antigens. Further, specific slgA supported biofilm formation when the mice were supplied 1% sucrose water and a non-
sucrose diet. The data suggests that there are multiple effects exerted by slgA in S. mutans colonization, with synergistic
* effects evident under the condition of sigA and limited nutrients on colonization in,N,OD/SC!D.erI" 7 mice. This is a new
animal model that can be used 1o assess prevention methods for dental biofilm-dependent diseases such as dental caries.
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Introduction

Oral streptococci are present in large numbers in dental
plaque, which co-interact with the enamel salivary pellicle to
form a biofilm on tooth surfaces [1,2]. Streptococcal cell wall
components mediate adherence to various salivary receptors [3—
6]. The ability of oral streptococci to bind to the salivary pellicle
is of considerable etiologic significance in oral discase [4,7]; and
is important for biofilm development [8,9]. The glucans
synthesized by streptococcal glucosyltransferases convert sucrose
into glucan; and provide binding sites through interaction with
bacterial cell-associated glucan-binding proteins that promote
the accumulation of microorganisms on the tooth surface, and
help establish pathogenic biofilms [10,11]. Streptococcus mutans
plays an important role in biofilm formation on the tooth surface
and is a primary causative agent for dental caries [2]. S. mutans
produces two extracellular glucosyltransferase (Gtfs) that convert
sucrose into insoluble glucans [10], where GTF I and GTF SI
(water-insoluble glucan) are encoded by gfB and gffC. Animal
experiments [12] suggest that the expression of these two §.
mutans gtf genes is required for maximal virulence in causing
dental caries.

@ PLoS ONE | www.plosone.org

It is difficult to extrapolate in vitro experimental results to predict
the impact of a specific salivary factor in biofilm development.
However, the problem facing in vive oral biofilm research is the
lack of a natural, reproducible, longitudinal monitoring system
permitting the assessment of oral bacterial infection in the same
animal throughout the duration of a study. Studies using §. mutans
infection in animal oral cavities have been performed by feeding
the animals powdered Diet 2000 containing unnatural amounts of
sucrose (56%). Even when experiments employed feeding a low
sucrose content (1 or 5%), longitudinal (more than 2 weeks)
feeding with frequent inoculation was performed [13-17]. When
these methods were used, S. mutans was found to produce a larger
amount of insoluble glucan in the oral cavities of mice fed foods
containing excess amounts of sucrose. These experiments although
interesting do not represent human diet styles.

The mechanical forces of salivary flow and tongue movement
tend to dislodge and expel bacteria from tooth surfaces and the
oral cavity [18,19]. This controls microbial colonization in the oral
cavity as shown with insulin-dependent diabetes mellitus (IDDM),
Sjogren’s syndrome (SS), and drymouth where these patients suffer
from a rapid overgrowth of biofilm and caries that make them
highly susceptible to oral infections [20,21]. E2F-1 is 2 member of
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the transcriptional factor controlling the initiation of DNA
synthesis [22-24] and subsequent transition of cells from the
GO0/G1 to S phase in the cell cycle [25,26]. Several recent studies
have demonstrated that a mutation of the e2f7 gene in mice causes
enhanced T-lymphocyte proliferation, leading to testicular atro-
phy, splenomegaly, salivary gland dysplasia, and other types of
systemic and organ-specific autoimmunity [27-30]. C57BL/
6.¢2/1”’" mice show high susceptibility to oral streptococci
because they do not produce sufficient volumes of saliva and
salivary proteins [31]. Further, the combination of E2F-1
deficiency and the NOD gene background induced a rapid
progressive development of IDDM and SS compared to NOD
mice. This is caused by enhanced auto-reactive Thl-type T cells.
NOD.e2f1™/~ mice do not survive long; therefore they are not
suitable for long-term bacterial infection experiments [32]. A
recent study using NOD/SCID background E2F-1 deficient mice
(NOD/SCID.e2/1™’7) (T and B cells do not develop to observe
E2F-1 function in the NOD background mice without an auto-
reactive response) showed E2F-1 may be associated with the
differentiation of exocrine cells in the salivary duct [33].

The NOD/SCID.e2f1”’” mousc has a decreased saliva
volume, lacks sIgA and IgG in the saliva, and has decreased NK
cells. This may be a useful mouse for studying oral bacterial
infection, colonization, and biofilm formation. These mice have
long survival because they do not develop IDDM and SS.
Therefore, they may be useful as a model animal for oral bacterial
colonization under humanized conditions. Establishment of a
humanized experimental system could lead to better understand-
ing of the pathogenic conditions associated with oral bacterial
infections and the development of more effective agents for control
of bacterial infection associated with oral diseases.

Materials and Methods

Bacterial strains and culture conditions

Streptococcus mutans UA159 was used for colonization study and
ELISA. Actinomyces naeslundii X600 was used for ELISA as control
oral bacteria. All bacteria were grown in an atmosphere of Hy and
COy (GasPack, Becton/Dickinson, Sparks, MD) in Brain Heart
Infusion broth (BHI, Difco Laboratory, Detroit, MI) at 37°C.

Animals

NOD/LyJ mice naturally develop IDDM, S8, and dry mouth;
and were the parent strain to develop NOD/SCID.e2/1™"™ mice.
They were used as the control to compare S. mutans susceptibility
to NOD back ground E2F-17"" mice (NOD.¢2f7~* ") and NOD/
SCID back ground E2F-1 heterogeneous (NOD/SCID.e2f1*'7)
and homogeneous deficient NOD/SCID mice (NOD/SCI-
D.e2f17'7) [33]. NOD/SCID mice were the parental lines to
produce NOD/SCID.e2f1”’~ mice [33] and were used as control
mice in bacterial inoculation experiments. Heterozygous NOD/
SCID.e2/T*'~ mice were bred to generate NOD/SCID.e2f1™/~
mice. Three types (+/+, +/— and —/— of ¢2f7) of NOD/SCID
mice were screened using PCR [33]. All strains were female, 4
months of age and were maintained in accordance with the
guidelines for the Care and Use of Laboratory Animals from the
National Institute of Infectious Diseases. Experimental protocols
(#209125, 210110, and 21124) were approved by the National
Institute of Infectious Diseases Animal Resource Committee.

Human saliva collection

Saliva samples were collected from volunteers with good oral
health, after stimulation by chewing paraffin gum. The volunteers
refrained from eating, drinking, and brushing for at least 2 h prior
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to collection. The saliva was placed into ice-chilled sterile bottles
for 5 min; then centrifuged at 10,000 g for 10 min to remove
cellular debris. For the inoculation assay and the enzyme-linked
immunosorbent assay (ELISA), the clarified saliva was used after
filter sterilization through a 0.22 pm  Acrodisc filter (Pall
Corporation, Ann Arbor, MI). After filtration, they were pooled
and stored at —20°C undil used.

Preparation of immunoglobulin, amylase, and mucin

Lyophilized secretory Immunoglobulin A (sIgA) from human
colostrum, o-amylase from human saliva, and mucin from bovine
submaxillary glands (Sigma-Aldrich, St. Louis, MO) were mixed in
PBS and adjusted to similar physiological concentrations as in
human-saliva: 0.25, 0.4 and 2.7 mg/ml, respectively. These
reagents were stored at —20°C undl used.

Bacterial sampling and colony-forming unit (CFU)
estimate

Bacterial inoculation, sampling and CFU estmates were
performed using procedures and conditions described previously
{31,34,35]. All oral streptococci were cultured in BHI broth
overnight and then washed twice with sterile phosphate-buffered
saline (PBS). Our previous study demonstrated that colony counts
of S. mutans were significantly higher than that of other streptococci
(i.e. S. sanguis, S. sobrinus, and S. salivarius) in mice that ingested 1%
sucrose in water one day before inoculation [31]. Thus, mice were
given drinking water containing 1% sucrose (less than the usual
concentration in juice) one day prior to . mutans inoculation to
reproduce the early adherence of . mutans in conditions
resembling a natural state. Chlorhexidine (0.2%) soaked sterile
cotton swabs were used to disinfect the oral cavities of the mice
including the maxillary incisor teeth. The cavity was immediately
washed with sterile PBS. Four or 6 mice were treated with 100 ul
of human saliva or salivary components for 2.5 min with the aid of
micropipette. Casein was used as a control as a non-salivary
component for the treatment. Five min after treatment, mice were
washed with 100 pl of PBS. §. jmutans solutions were introduced to
the oral cavities of all females at 4 months of age at a final
concentration of 7x10° CFU in 250 pl of PBS during 2.5 min.
Mice were separated into four groups based on the feeding
conditions 24 h after inoculation. During the 24 h, one group was
fed food with distilled water compared to another fed food with
1% sucrose-water; and the other set was {ood-deprived with 1%
sucrose water or distilled water. Following inoculation, samples
were collected from the labial surfaces of the maxillary incisor
teeth with a sterile cotton ball and then dipped in 2 ml of PBS. To
evaluate NOD/SCID.e2f1™’~ mice as compared with previous
results and to obtain stable data, samples collected from incisors
were tested as parameters used in previous studies [31,35]. The
samples in sterile PBS were sonicated using ultrasonic dispersion
(power output, 60 W) for 10 s, and then poured onto Mitis-
Salivarius agar plates containing 0.02 M bacitracin (MSB). CFUs
were determined by counting rough-surface colonies on MSB
plates after 48 h using anaerobic incubation at 37°C.

ELISA

To determine if sIgA reacts with S. mutans in vitro and if sIgA is
absorbed on the tooth surface after treatment with human saliva,
ELISA was performed with some modifications as described
previously [33]. 96-well microtiter H-plates (Sumitomo Bakelite,
Tokyo, Japan) were coated overnight at 4°C with a culture of S.
mutans or A. naeslundii (1 pl/ml) in NayCOs coating buffer at
pH 9.6 and incubated at 4°C overnight. In the sandwich assay to
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detect absorbed slgA, we used 1/1,000 mouse anti-human
immunoglobulin A antibody (Sigma-Aldrich, St. Louis, MO).
The bacteria and antibody were diluted in Na;COj coating buffer
at pH 9.6 and incubated at 4°C overnight. The plates were
washed with PBS containing 0.1% (v/v) Tween 20 (PBST); and
blocked with 1% (wt/vol) skim milk in PBST for 1 h at 37°C.
Excess skim milk was removed by washing three times with PBST.
To determine the presence of sIgA on the tooth surface, the tooth
surface was swabbed using a sterile cotton ball after treatment with
human saliva, and the swabbed ball was soaked in 2 ml coating
buffer and shaken for 1 min. A 100 pl aliquot of 0.25 mg/ml sIgA,
human saliva, or the soaked sample was added to the wells and the
plates were incubated for 1 h at 37°C. The wells were washed
three times with PBST; and further incubated for 1 h at 37°C with
100 ul 1/1,000 alkaline phosphatase conjugated goat anti-human
immunoglobulin A antibodies (Zymed Laboratories, South San
Francisco, CA). After three washings with PBST, the bound
antibodies were detected after the addition of 50 pl of 3 mg/ml
para-nitrophenyl phosphate as a substrate and incubated for
30 min at 37°C. Absorbance at 405 nm (A4gs) was measured using
a microplate reader (Multiskan Bichromatic; Laboratory Japan,
Tokyo, Japan). The mean value for each sample was used to
calculate the ELISA value: Absyys X 100/t (t: time of reaction).
Triplicate measurements were performed and means calculated
with standard error.

Removal of S. mutans-specific sigA

To determine if specific sIgA is employed for S. matans
colonization on the tooth surface, an absorption procedure was
performed to remove specific antibody against S. mutans. Solutions
of 1 mg/ml sIgA in PBS were absorbed with 0.5 mg (dry weight)/
ml whole cells of lyophilized S. mutans UA159 at 37°C for 1 h and
then overnight at 4°C. The mixture was centrifuged at 8,000 rpm
for 10 min to remove §. mufans-IgA complex. Protein concentra-
tions in the sIgA sample were measured using the Bio-Rad Protein
Assay kit (Bio-Rad Laboratory, Hercules, CA) based on the
method of Bradford and measured at 595 nm. The concentration
of slgA was adjusted to 0.25 mg/ml after the absorption
procedure.

Inhibiting effects of FruA in biofilm formation with
S. mutans

To determine if the animal model could be used for the analysis
of inhibitors for colonization and biofilm formation of S. mutans on
the tooth surface, fructanase (FruA), a candidate inhibitor for
biofilm formation of . mutans [36], was used in the in vivo assay.
The inhibiting activity of FruA at 1.25 units/ml was assayed in 96
well microtiter plates coated with human saliva [36]. FruA at 1.25
units/ml was also added within a 1% sucrose solution in drinking
water (DW). FruA does not digest sucrose at 20~25°C in 1%
sucrose drinking water and does at 37°C in the oral cavity after
mice drink the water [36]. After pre-treatment of sIgA following
bacterial inoculation, all NOD/SCID.e2f7”~ mice were fed and
supplied 1% sucrose water containing or not containing FruA.
After 24 h inoculation, samples were collected and the CFU was
counted as described above.

Statistical analyses

The CFU and ELISA data were expressed as means * standard
deviations. GraphPad Prism version 5.0 d for Mac OS X
(GraphPad Software, San Diego, CA) was used to perform tests
of significance. The statistical significance of differences between
two groups was determined using the unpaired #test. For
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comparison between multiple groups, one-way analysis of variance
(ANOVA) and Tukey-Kramer tests were used. P-values less than
0.001, 0.01 or 0.05 were considered statistically significant using
two-tailed comparisons. All experiments were repeated and
analyzed independently.

Results

Colonization of S. mutans in mice treated with human
saliva

Human saliva is thought to play a significant role in the attachment
of . mutans to the tooth surface. We evaluated human saliva in
bacterial colonization of NOD/SCID wild type, NOD/SCI-
D.e2fT*'~ mice, and NOD/SCID.e2f1™’~ mice. . mutans coloni-
zation in each mouse was significantly increased at all time points
after the inoculation when they were treated with human saliva (Fig. 1
A, B and C). Bacterial numbers on the tooth surfaces were
significantly higher in NOD/SCID.e21”’~ mice than those in
NOD/SCID wild type or NOD/SCID.e2f1*/ ™ mice after 90 and
120180 min post inoculation (Fig. 1 D). Colony numbers of . mutans
gradually decreased from 30 min to 90 min; however, after the
colonization phase, the CFU gradually increased from 90 to 180 min
in human saliva-treated NOD/SCID.e2/7”’~ mice; whereas the
other mice did not show a difference comparing time points.

Effects of human saliva and salivary components in S.
mutans colonization :

To determine if salivary components induce colonization of .
mutans on the tooth surface using the in vivo model, a-amylase, mucin
and sIgA, receptors for S. mutans adhesins, were used to treat teeth
before bacterial inoculation. CFUs were lower within non-treated
mice compared to NOD/ SCID.e2fT*"™ and ~/~ 18 mice treated
with all components other than casein treatment (control; non-
salivary component) in NOD/ SCID.e2/T"* mice (data not shown).
NOD/SCID.e2f1~"~ mice had a higher colonization than NOD/
SCID.e21*’~ and NOD/SCID.e2fT** in each pre-treatment using
the salivary components (Fig. 2 A, B and C). Bacterial colonization
on teeth treated with 0.25 mg/ml sIgA at physiological concentra-
tions was increased significantly in NOD/ SCID.e2/1”"~ mice
(13,9926,423); however, there was no significant difference in
treating with saliva compared to sIgA (Fig. 2 C). In NOD/
SCID.e2f1** and NOD/SCID.e2fI"”’™ mice, treatment with
0.25 mg/ml slgA did not show greater colonization (Fig. 2 A, B).
Further, higher concentrations of sIgA (0.4 mg/ml) did not result in
higher colonization by . mutans in comparison with BSA and casein
in NOD/SCID.e2fI*'~ and NOD/SCID.e2f1”’~ mice (Fig. 2 B
and C). Treatment in NOD/SCID.e2f1 ~/~ mice with mucin (at 0.4
and 2.7 mg/ml) or with BSA did not result in increased levels of S.
mutans colonization; these pre-treatments yielded significantly lower
CFU counts compared to treatment with 0.25 mg/ml sIgA and
considerably higher counts compared to treatment with 0.4 mg/ml
amylase. Treatment with amylase at 0.1 mg/ml showed signifi-
cantly higher colonization than at 0.4 mg/mlin NOD/ SCID.e21*
~: whereas there was no significant difference using NOD/
SCID.e2f1™" mice.

SIgA was taken from human colostrum, and therefore may
include various antibodies to pathogens. To confirm whether sIgA
reacts with S. mutans, ELISA was performed using S. mutans-coated
96 well microtiter plates. 4. naeslunidii was also used for coating as
another oral bacterium. 0.25 mg/ml sIgA reacted strongly with S.
mutans but not A. naeslundii (Fig. 3 A). The specificity of sIgA was
observed by absorption of specific antibody to S. mufans in pre-
incubation using S. mutans whole cells within sIgA. The absorbed
sIgA was used for the ELISA assay and showed no significant
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Figure 1. Colonization of S. mutans in human-saliva treated mice. Colony numbers of S. mutans in (A) NOD/SCID wild type, (B) NOD/
SCID.e2f1*/~, (C) NOD/SCID.e2f1™/~ female mice, and 4 months of age pre-treated with and without human saliva prior to bacterial inoculation.
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significant differences vs. 90 min, P<0.05).
doi:10.1371/journal.pone.0032063.g001

reactivity to S. mutans (Fig. 3 A). Using human saliva, specific
antibody to S. mutans was also observed using the ELISA assay
(Fig. 3 A). The 0.25 mg/ml absorbed slgA was used for the
colonization assay in NOD/SCID wild type, NOD/SCID.e2/1"~
and NOD/SCID.¢2/7™’~ mice, and the effect of absorbed slgA
was compared with 0.25 mg/ml non-absorbed slgA in all mice.
The absorbed sIgA did not increase colonization of S. mutans in
comparison with non-absorbed sIgA at 120 min after inoculation
of S. mutans (Fig. 3 B). Therefore, increased colonization of .
mutans was dependent on specific antibody to S. mutans in sIgA and
human saliva using this animal model. To determine whether sIgA
remained on the tooth surface after treatment with human saliva,
the surface was swabbed using a sterilized cotton ball at 120 min
after the treatment in mice; and sIgA in the swabbed sample was
measured using ELISA. The level of human-IgA that remained on
the teeth for 120 min was significantly higher in NOD/
SCID.e2f1™™ mice as compared to the other two strains (Fig. 3
C). This shows that specific sIgA antibody to S. mutans remains on
the tooth surface after treatments with sIgA and human saliva in
mice having decreased saliva and lack of IgA and IgG, the NOD/
SCID.e2f/™'~ mice. To determine whether a lack of IgA, by
inserting the SCID type in NOD.e2f1™’” mice, promoted the
colonization of . mutans, the parent strain (NOD.e2f1~'" mice)
and previous the parent strain (NOD mice) to NOD.e2/7~"~ mice
were used for the colonization assay after pre-treatment with
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0.25 mg/ml sIgA and compared with NOD/SCID.e2f7 ™'~ mice.
We found that the colonization at 120 min after inoculation was
significantly lower in NOD and NOD.e2f7™"~ mice than NOD/
SCID.e2f1'~ mice (Fig. 3 D). Therefore, lack of IgA and
decreased saliva allowed specific IgA to remain on the tooth
surface and to promote colonization of S. mutans in NOD/
SCID.e2f1™'~ mice.

Synergistic effects of sucrose water and diet, and human

saliva on S. mutans long-term colonization

Long-term colonization is necessary in a mouse model to study
several agents for the prevention to oral diseases. We observed that
after inoculation, the colonization of §. mutans was slight at
24 hours in NOD/SCID, NOD/SCID.e2f1 */~ and NOD/
SCID.e2fI”’~ mice pre-treated with human saliva (Fig. 4 A).
Drinking water and diet including sucrose helped biofilm
formation in other studies [14,31]. A low concentration of 1%
sucrose water was selected and supplied as drinking water with the
usual animal diet for mice to establish an animal model that
avoided high sucrose concentration-dependent colonization. The
significant colonization was not observed in only the 1% sucrose
water group as compared to that in non-sucrose water and non-
diet group (Fig. 4 A, B). However, the group supplied with the
combination of 1% sucrose-water and diet showed the most CFU/
ml of S mutans; colony numbers in NOD/SCID.e2f1~"~
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Figure 2. Effects of human saliva and salivary components in S. mutans colonization. Colony numbers of S. mutans in (A) NOD/SCID wild
type, (B) NOD/SCID.e2f1™~, (C) NOD/SCID.e2f1~'~ female mice, 4 months of age, at 120 min after inoculation. All mice were pre-treated with human
saliva or salivary components prior to bacterial inoculation. Data are expressed as the means = SDs of the results for 6 mice per strain (*P<<0.05,

** P<0.01).
doi:10.1371/journal.pone.0032063.g002

(693500 CFU/ml) and in NOD/SCID .21~ (193=190) were
significantly higher than those in wild type mice (17%32) (Fig. 4
D). The colonization was significantly higher in 1% sucrose-water
and diet than non-sucrose water and dict in NOD/SCID.e2f1™"~
mice (Fig. 4 C, D).

Inhibition effects by FruA on colonization of 5. mutans
in vivo

In our previous report, purified and commercial fructanase
(FruA) from Aspergillus rager completely inhibited S. mutans GS-5
biofilm formation on saliva-coated polystyrene and hydroxyapatite
surfaces [36]. Therefore, we examined inhibition using FruA in .
mutans colonization in the established mouse model system. The
bacterial load in NOD/SCID.e2f7”/ ™ mice pre-treated with sIgA
and supplied sucrose-water containing FruA (13+20 CFU/ml)
decreased as compared to that without FruA (104£159); however,
there was no significant difference (P=0.088).

Discussion

In this study we demonstrated homozygous E2F-1-deficient
NOD/SCID (NOD/SCID.e2f1 ~/7) mice are highly susceptible to
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S. mutans colonization when NOD/SCID.e2/7™’" mice are pre-
treated with human saliva or sIgA using a low concentration (1%)
sucrose supplement (Fig. 1 D, Fig. 4 D). The colonization levels
were remarkably higher in NOD/SCID.e2f7”™’™ mice than other
mouse strains including commercial strains: C57BL/6, B10.D2
and NOD mice [31,37]. The high §. mutans susceptibility in NOD/
SCID.e2f/”’~ mice may be explained because of impaired
salivary clearance. The systemic dysfunction of the salivary gland
(e.g., enlarged nuclear size, increased numbers of ducts) caused by
the E2F-1 deficiency is the principal reason for the decrease of
saliva volume in the mice [33]. Previously we showed that the
percent inhibition of saliva production volume (ul/100 g BW) in
NOD/SCID.e2f1™’~ mice was higher than that in other NOD-
background mice [33,35,37].

Salivary component molecules that agglutinate bacteria include
sIgA, mucins, parotid agglutinin, lysozyme, By-microglobulin, and
Ca®" ions [38]. Some reports suggest that salivary components
may promote colonization of certain strains of bacteria [8,39].
Here we show the positive and negative effects of exogenous
human salivary components in S. muians colonization on the tooth
surface. In particular, 0.25 mg/ml sIgA promoted colonization of
S. mutans as compared to mucin, 0-amylase, and others. SIgA is the
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predominant immunoglobulin found in all mucosal secretions
including saliva. In general, sIgA is thought to participate in the
local disposal of environmental antigens in the oral cavity [38].
Indeed, the inhibitory effects of sIgA against bacterial biofilm
formation arc well demonstrated [40,41]. However, conversely in
this study, sIgA played a role in aiding the colonization of S. mutans
onto the tooth surface.

Physiological concentrations of amylase, mucin, and sIgA in
human saliva are 0.4, 2.7 and 0.25 mg/ml respectively. Amylase
at 0.4 mg/ml and 2.7 mg/ml mucin showed significantly lower
colonization by §. mutans than 0.25 mg/ml sIgA, which showed
higher colonization than human saliva treatment in NOD/
SCID.e2f1™ /" mice (Fig. 2). We considered that sIgA supported
the attachment because specific sIgA against S. mutans was
associated with the colonization. The activities of human saliva
for colonization show dependency on specific slgA (Fig. 3). In
contrast, higher concentrations (0.4 mg/ml) of sIgA than physi-
ological concentrations showed inhibiting activities as compared to
physiological concentrations. The negative effects are also
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indicated by the effects of specific sIgA antibody on attachment.
Therefore, multiple effects of specific sIgA may be dependent on
sIgA concentration. The antibody titer to surface protein antigen
from S. mutans was negatively correlated with the numbers of S
mutans in saliva from humans and mice [40,42,43]. The
concentration of absorbed sIgA may be an important step for
the colonization of S. mutans on the tooth surface and regulates the
microbial flora in the oral cavity. Hapfelmeier ¢ al. recendy report
reversible microbial colonization in germ-free mice during a
dynamic IgA immune response [44]. They indicated the intestinal
IgA system lacks classical immune memory characteristics; the
mntestinal IgA repertoire is characterized by constant attrition and
thus represents the dominant species currently present in the
intestine. In the oral cavity, a similar function of IgA production to
intestinal IgA may cause and control commensal microbial flora.
Our findings also show the dynamics of sIgA immune response,
and sIgA may function to equalize the bacterial numbers in the
oral cavity for the continuous presence of commensal oral
bacteria.
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Our in vivo colonization mouse system has a number of
advantages to study specific sIgA effects because sIgA was absorbed
on the tooth surface after exposure of sigA to NOD/SCID.e2f1 e
mice. In our previous report, the production of protein per minute
in 1l of saliva was significantly lower in NOD/SCID.e2f1 -
mice as compared to NOD/SCID mice [33]. NOD/SCID.e2/7 -
mice lack mature immunoglobulins due to severe combined
immunodeficiency in NOD.¢2f1™’~ mice and a decreased volume
of saliva as compared to both parent strains; NOD and NOD/
SCID mice [33]. Therefore, sIgA was casily absorbed without
competition with mouse IgA, and by decreasing the supply of
proteins and poor salivary clearance on the tooth surface in NOD/
SCID.e2f1 ~/~ mice as compared to NOD.e2/1 ~/~ mice [32] and
NOD/SCID mice (Fig. 3 C). Further, absorbed specific sIgA
against S. mutans was responsible for the colonization of S. mutans
(Fig. 3 D). We show sIgA from human colostrum included sIgA
against various microorganisms including S. mutans. Therefore,
exposure of specific sIgA in the oral cavity may induce the first
colonization and initial attachment of bacteria.

The effect of specific sIgA did not persist with the colonization
over a long-term and as a result showed small numbers of S. mutans
at 24 hours after inoculation, enough time to construct the biofilm
on the tooth surface. SIgA supports attachment of . mutans, but its
effect was limited in the natural condition exposed with
commensal bacteria and saliva in the oral cavity. Therefore, the
sucrose water and diet were given as nutrients for S. mutans biofilm

@ PLOS ONE | www.plosone.org

formation. Using 1% sucrose water and the usual mouse diet after
inoculation supported long-term colonization in NOD/SCI-
D.e217’" and NOD/SCID.e2fT"'~ mice in comparison to
NOD/SCID mice (Fig. 4 D). We demonstrated that a concentra-
tion of 1% sucrose in drinking water with non-sucrose diet could
induce significant colonization at 24 hours after inoculation. This
shows the solid diet without sucrose enhanced colonization in
combination with 1% sucrose drinking water (Fig. 4 B and D). The
diet contains a few other carbohydrates, and carbohydrates in food
debris or sucrose involved in debris absorbed with sucrose water
after eating the diet and drinking for 24 hours may be employed in
the production of the biofilm matrix. This was not observed
previously using animal models for . mutans infections. Possibly
this biofilm formation closely resembles the natural environment
of the oral cavity when humans consume various foods. In
previous reports, conditions were dependent on excessive insoluble
glucan formation in high sucrose water [45-48]. Their data
showed rapid insoluble glucan formation and they likely generated
these extreme effects under the high-sucrose experimental
conditions favorable for production of biofilm. Humans eat a
variety of foods, but they consciously control the oral condition to
maintain oral health and view control of the intake of sucrose as
very important. Therefore, we propose that the mouse model
system observed here is more representative of the normal human
oral environment; and better than previous model systems utilized
for demineralization studies.
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If this animal model system is used for assessment of various
preventive dental caries agents, new preventative materials may be
developed. Recently we reported fructanase (FruA) from Strepto-
coceus salwarius and Aspergillus niger as a preventative. FruA can
digest sucrose and prevent colonization [36,49]. In this animal
model, experiments using FruA in the mice supplied with 1%
sucrose drinking water and dict at 24 hours after the inoculation,
FruA inhibited the colonization by S. mutans; however, there were
no significant differences (p=0.088). It was considered that the
animal model system may be useful in assessment of inhibiting
agents recognized i vilro. However, the present system requires
modifications to devclop models for various oral infectious discases
as well as for dental caries. Our future studies will use this animal
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Yy Y ERRBLTHESNEK) OFREIEIEL

10*~10" CFU/ml I ET 2 L ME VI T3, Z0#H.

EY O AT E— R B BREEAERE T H 257
», BREMBEF CRHMREREZRE TAEED D
% Pseudomonas, Legionella, Mycobacterium, Candida 72
POLRHEhTWw3?, 20kd, FRK» 6B 2K
BoY A2, BEEE, YR L TRETSEEERE
FHCELA D, ERLEEBRRICOERSILETH B,

wERAL =y MEKER (DUWL) KBwv ik, OF
BHUNE L, FKBICAHEN U TRERPRE L, @QF 2 —
THOKIE, SESPP LRV, @KROEE IR

CTIBY, LWHRIEAND 5. Fa— T HOKRIE,
FRCRENDSER BB W I ONTEL 2
D, Fa—TORBEMETIEFEIZOIIEL 2D, A
FT 4 NVLTEEPRIBEVHIHEERERD L. Thbb,
AT BKOFICIIEED D72 Th, FRNICER
FTBENAFTANLHROBERL 5D, Z0hEAKH
HNBDT, A4 T4 VL bBEYEEIAALRE
gk LCHRET 3.

DUWL O7ELXEoEREL LT, KED American
Dental Association TIFERIE 2= v FKONKEEER
eI EME T 200 CFU/mi™ & L, XEBFERE L
% — (Centers for Disease Control & Prevention) TiZ,
IEANBWE OBE, KEOFRKONKEEEL LTH
BHEME 500 CFU/mI MT2#EL w3, £/, B
BB 72 ©ARHAMERIC I, BEKEAFEAT L 2R
RLTwaY  ULaliss, HATEEMEZ=y b
KONKEHEEFBRBRENTLRVODERTH S,

— {97 DUWL OXfEE LT, w4 787 4 V8 —D
WEL Y — VAR OERIEEBORE, BEO
KEEH (75 v o) BMTbhTws, w471 74
NE—RBBET DL THEYOFH I BAOT Oy &
WBEBETH B £, 7IvivIELT, BHBEMH
SETICHOTE, X6 IBEE T L IR 20~30 H2EE L
% LCKERED» bAKEZE2FHT 2 LPBETDH
2 75w v TENEL I THEYEIZRS T
50D, A AT 4 VLERETHIEEFETERY,
TDONRAFT AN LERET BRI, EMOR
Saw s bY—FAy P2 LR 5 DUWL O
Ve EESDEE 25,

BRI E R T, 2004 Fh o EBA
=y FKOBE X BFERRRICO WV TBET 270
BRI T 2 EME L 22055, DUWL OVFRIFE L L

E54% HE3F

TyayZ bU—rAVERERL, ZORER, Fa-—
THEDNA F 7 4V L% EELKFOMEDERDS I
B CTHo I LEBELEY, LarLiads, HEA
21k DUWL oW ATGIC a2 v 7 BT 72 &, Seiim AL
W BEBORE, $hiavl PU—rAV Tk

DEEHEH I NI BRIk 5 F 2 —TOHEE P, &
WF 2 — T ~DERERIC & b FHAEL kRhicxd
BNENNETCH T, E1B0OEBHAF Ty
MR LT3 ARER L (O MBS 270 H %28
L, WEHEIOME: ik 2 EEE~ORBEYNH B, &
SIt—FENA T4V 2BELTY, BEFHALTY
L4 A BBICIEKEFRIRBRDOENB L DIk
278, FEEAWIC (i 2~3E) YavZ bU—Fx
Y IFERBODERTMENS L EDbhoT

DUWL 07580 B i3 A K 7 & A3 KDOFAK &
ZEVHIEBEDSL, KEERFLELT, BEKEKEE
BAz=y FRKELTEBTIHRAR P VERDL =Y
FOERLTWS, LA LG5, water line DEEBEHE
LU, B1EXEEERT MY Y LERE AN THEE
THIEMNBRET, REEFRT PV Y LAKICLSE
DFEDH SIS B 2 EBREATH - 72, 2003 FiT R
N VA OBEZRE K BB AR L CRER O ERT
%2 EHTE, DUWL OFF§2 5 1L T & 3 BEHIsER
Eht, AMENOBEFEANLRL, VY YOBEECHE
BEN O EHBREIh T 52080,

ERTI, ZhE T DUWL B EIBEEINTET
Wiz, 2008 FECHT 7V — v VAT LEBOERA L
—v FEEI N bhbhid, T O DUWL BENES
EBRHAAAFERA2I=y FOF IV -V AT L
DEFEICOWT, BKRSCIEL TE/DT, 20D
BBl o THET 5.

MR b L UHE

1. WRIZ v b

WRiE, BEAFEEFTHBERRERENZERK
20084 11 B 15 HItRE L7V — v A7 L ERD
ERASF 72y b (A=—254v™ 4 L7
B, E ) Y8EERT) THB. DUWL Fo—7iciE, WE
OMEMNT v EREOBEF » — 7 PHlARAEHTY
5, %k, ¥—Euvny FE—2@F v FE—XBET
W LA BH b 5 K EE & #E L 7o TwinPower™
(PAR=4HEX-0, €V & SFFN) 2 %2 FA L, BEEED
HEDBEICHFR L.
BHOBERICHZM TS » 712 A- 7z 1,000 ppm
DBEEEKEKENA AL FANY FEY—R, 471
E—F—, Sway VY, BERAFr—I—, av7
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20114E 6 A

B1 2Y—rviy27sERE
1,000 ppm DBE{KFEKREBAMT OS2I h 5,
DUWL AICIATE S, Fh, 79 v v 73 BICE
D, BRI E B LAKEKICANERZ B Z LT
x5 2RDNAAE—FAYFY—R1E (H-2) i3,
Y= VAT LB E R wKEKDARDIEEERC
H5.

¥k o DUWL WICii L Tk, B X O H g
S, BHUE, DEHBICEREKEHAY 7 v >
FEBAHERL T, @8kEKRE SRR U CkEKIC A
NEZ, PEPIOKEKEFERT S, BEMbkEKDOH
HEHE, KEAK~NDANEZIE, av 7Ry UEE
Y EENITS LN TES

SEI, T2 Y=y 2T LORFEEE T % 7
DI, 2KDNA A =F 2 FE—2 (H-1, H-2)
S5H0 1A (H-2) i, BEKFEASPHES ALY
AEKDOBDERERZFRBE L (K1), BODO3HAH
B, koo vy Exy PO H-1, H-2 SR
TIREEB LR TR T 2EE T, T kbhoR
H-2 %M 27 L0608 Tz, 4 BHME
13, FBKTT & b &L B L T H-2 BRI T Tk IEK
PHRAT DL I ICEEL .

E/, 2KDNA ZE— Ry FE— 2 OBBIERI,
BEY A v -2 HRICHEIC 22 X5 ICFER L.

2. KE®RE

BH1E, 1 HoZE&T#ICH-1, H-2, 2 v 7
K, 2=y MEIKTGH 6T B KR IRE AR ICEREL L
T, BEERREZHER, 01ml % R2A BXEH L
T, 25°C, 7 HREEES Ican o — KR EEL:. B
IEEE RS T 37°C, 48 BB ER T, %
Jo, v TV TERDVERMBED S 21 B UK
i, Ay TV T ERBERICF 2 — TR 5 b KR
WAfT-7. B, FOBichy 7Y v IEOEKRER

,@ﬂﬁJ:vF%$%%®%79~yvx%A®¥m 195

% 3% BBk SOK &L M2 A L ks L7z,

o, MHIWAEBEBORET 20 =—5 5
@ DNA % iH#, PCR¥IC & b 16S rDNA $Hi o DNA
% 3818 L, ABIPRISM 310 Genetic Analyzer (Applied Bio-
systems) % A\ CEERIIENIT 217> 72, B85 N EF]
» EREEEY 7 — & ~—2 (DDBJ/EMBL/GenBank)
EHR I N TV 5 ES] B & O MicroSeq ID Analysis Soft-
ware Version 2.1 (Applied Biosystems) D57 — & X — X k
HRERERZTORE L 2.

3. H/KF1~TORBANOHDMBEREDOHR

3,6,12,18 Z H#Ic H-1, H-2, 2 v THKEDF 2 —
TO—EE IR L C, PHEE AV U VEEL, F a2 —
7WEEE SEM (JSM-5600LV, HAET) BZEL 7.

& R

1. KERE

1) BEERBE

Yo 3 h A, H-1, H-2, 2y 7HkE b,
BEERIEE 1T 0.24~0.63ppm T 3 BRAL DFEEIZER S
DPThh ot H-2 B2 KEKOAICEER L 45 A
H&b, H-2 0BREERREIZ 0.10~0.37 ppm IKETF
L, H-1, 2y 7fak s of@ENED 5. 14~20 0
BAEDME, H-1, H-2, a2y FHRKOBZEZBEEOME
BIRTEL Twiz, 214 AL, H-2 0BREERBER,
24 HRABIC2 Y THKE D b ThIicE 57255, H-1 O
FEEFRIEE (0.64~0.77ppm) & b {& <, 0.06~0.71 ppm
Thote, —H, 2=y MEKTTY S 72 KD ERE
EEREEIH-1, H-2, 2y 7KLV bEWEEZRL
72 (K2).

2) WEYHHOITIER
BELKREAIC & 2YEDITbNT w5 3y THKiC
KOTEGIIFRD bk d o 7=, FlfAic, H-1 7T,
10D B#HETRBRIRD bhizh o725, 1142
BrEoan=—SEBEINh. £, Ay Y TE
DIERDFD iz 21 5 BHEIC 1.1X10° CFU/ml %%
HENS, Hy 7 v IREBOKERE CIIEHE
RUTE b, Ay 7 IEHOEREEE 25 5
B ¥ THRHBRUTTH- .

—H, AT L oo L H-2 T, BEESR

REDETHED bhiz 4 b ALK, #MEHDa0=—

PERESNIZU®, H-1 L OHENRED N0, 20
AETIE3.7X10°CFU/ml LT Th -7z, H-1 L FARIC
Ay TV TEOERMSED b 21 H AR

72X103CFU/mi B E =S, By 7Y v T REE
DKEBETIZ6.7X10°CFU/ml L7z b, Eichv 7Y
Y ITEDOELRERERIID Y T vy TEBERTD 3.0X
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