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Introduction: Members of the genus Veillonella cannot be reliably distinguished by their
biochemical characteristics and phenotypic features. Moreover, DNA-DNA hybridization
and sequence analyses of the 16S ribosomal RNA gene including random fragment length
polymorphism analysis, are complex and time-consuming procedures that are not well-
suited to identifying oral species of Veillonella: Veillonella atypica, Veillonella
denticariosi, Veillonella dispar, Veillonella parvula, and Veillonella rogosae.

Methods: In this study, five forward primers and a reverse primer were designed for
polymerase chain reaction (PCR) according to the partial sequences of the rpoB genes of
these oral Veillonella species.

Results: The forward primers were species-specific for these five Veillonella species, and
could produce specific amplicons when used together with reverse primer and individual

DNA templates of these species in PCR. These primer pairs were also found to
discriminate between the respective species, and the Veillonella strains isolated from
human oral cavities were successfully assigned to one of the five oral species of the genus
Veillonella based on their specific products by PCR.

Conclusion: A simple two-step PCR procedure using the five sets of primer pairs
developed in the present study is a rapid and reliable method for the identification of the

recognized oral Veillonella species.
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The genus Veillonella consists of small,
strictly anaerobic, gram-negative cocci that
lack flagella, spores, and capsule. Taxo-
nomically, the genus Veillonella belongs to
the family Acidaminococcaceae of the
phylum Firmicutes, and is widely distrib-
uted in the oral, genitourinary, respiratory,
and intestinal flora of humans and animals.

The genus Veillonella is subdivided into
10 species: Veillonella atypica, Veillonella
caviae, Veillonella criceti, Veillonella den-
ticariosi, Veillonella dispar, Veillonella
montpellierensis, Veillonella parvula, Veil-
lonella ratti, Veillonella rodentium, and
Veillonella rogosae. Of these, only V. aty-
pica, V. denticariosi, V. dispar, V. parvula,

and V. rogosae have been isolated from
human oral cavities (2, 3, 6, 11, 20, 22).
The main habitats of the oral Veillonella
species are the tongue, dental plaque, and
buccal mucosa (1, 5, 20, 22). Also,
V. parvula and other oral Veillonella spe-
cies have been found in intraradicular
infections (26, 28), including cases of
abscess (12), in the apical root canal (4),
and in the dentinal tubules at this region
21).

Veillonella are relatively easily identi-
fied to the genus level, but the discrimina-
tion of Veillonella strains at the species
level remains difficult and inconclusive
because there is a lack of conventional

phenotypic and biochemical discriminat-
ing tests (6, 11, 14, 19, 24). Therefore,
molecular methods based on 16S ribosomal
RNA (rRNA) gene sequencing including
polymerase chain reaction (PCR) random
fragment length polymorphism analysis
have been used to identify Veillonella
strains at the species level (19, 24).
However, recent studies have shown
that 16S rDNA-based approaches do not
yield reliable data for the identification of
Veillonella species, particularly oral spe-
cies of Veillonella such as V. dispar and
V. parvula, owing to the high level of
sequence conservation in the 16S rRNA
gene sequence among several Veillonella



species and to the relatively high level of
intrachromosomal heterogeneity in some
Veillonella isolates from human oral cav-
ities (11, 19).

Recently, to overcome the limitations
associated with using 16S rRNA gene
sequences to identify Veillonella species,
the sequence analysis of housekeeping
genes, including dnaK, gyrB, and rpoB,
has been suggested as an effective method
for identification of oral Veillonella at
the species level (3, 5). In fact, two new
species, V. denticariosi and V. rogosae,
have been proposed as new oral Veillonella
based on the results of molecular methods
using dnaK and rpoB gene sequencing in
conjunction with sequence analysis of the
16S rRNA gene (2, 11). In addition,
Beighton et al. (5) successfully used the
rpoB gene sequence rather than the 16S
rRNA sequence to discriminate between
253 Veillonella isolates from human ton-
gues at the species level. However, anal-
ysis of the rpoB gene would be a fairly
inconvenient and time-consuming method
for the identification of many strains in
many clinical samples.

In the present study, based on the results
of'a comparison of the 7poB gene sequences
across the oral Veillonella spp. V. atypica,
V. denticariosi, V. dispar, V. parvula, and
V. rogosae, a highly variable region (posi-
tions 2500-3100) in the rpoB gene was
selected for the design of specific primers.
Five forward primers were established from
the sequences of this region as species-
specific primers for the five species. In
addition, one reverse primer was designed
from the sequence of the conserved region
of the rpoB gene. Finally, it was demon-
strated that these primer sets could easily
identify all of the oral Veillonella by their
PCR products at species level.

Materials and methods
Bacterial strains and culture conditions

V. atypica ATCC 177447 (where T indi-
cates type strain), V. dispar ATCC 17748",
and V. parvula ATCC 10790T were ob-
tained from the American Type Culture
Collection (Rockville, MD). Veillonella
denticariosi N38 and V. rogosae 16 were
used as reference strains of the respective
species of Veillonella, because these strains
were identified by comparison studies of
their rpoB gene sequences with the type
strains, V. denticariosi CIP 109448" and
V. rogosae DSM 189607, respectively.
Also, 67 laboratory strains were taken
from our departmental collection. They
were gram-negative anaerobic small cocci,
and the strains had been identified as
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members of the genus Veillonella on the
basis of their ability to grow on improved
Veillonella agar (23) and their typical
colonial appearance: colonies were 2—
4 mm in diameter, regular, slightly domed
in shape with an entire edge, opaque, and
grayish white. These colonies had no
hemolytic activity in blood agar.

All bacterial strains were grown in
tryptic soy broth supplemented with 0.6%
sodium lactate at 37°C for 3 days in an
anaerobic glove box containing 80% N,
10% Hz, and 10% COZ

Preparation of bacterial chromosomal DNA

Chromosomal DNA was extracted from
bacterial cells according to the method of
Smith et al. (25). Briefly, chromosomal
DNA was obtained after treatment with
sodium dodecyl sulfate, proteinase K,
phenol/chloroform/isoamyl alcohol extrac-
tion, and ethanol precipitation, followed
by RNAase treatment, phenol/chloroform/
isoamyl alcohol extraction, and ethanol
precipitation.

PCR protocol

PCR was performed using 1 ul template,
2.5 pl of each primer (10 pmol/ml), 19 pl
H,0O, and 25 pl master mix from a
HotStarTaq Master mix kit (Qiagen, Valen-
cia, CA). These mixtures were subjected to
preheating at 94°C for 15 min followed by
20 cycles of 92°C for 1 min, annealing at
57°C for 1 min, and extension at 72°C for
1 min, with a final extension at 72°C for
5 min. Then, the PCR products were
applied to a 1.5% agarose gel. After
electrophoresis, the gel was stained with
ethidium bromide.

DNA sequence analysis

For DNA sequence analysis, PCR products
were purified using a QIAquick spin PCR
purification kit (Qiagen) following the
manufacturer’s protocol. Cycle sequencing
was performed with a mixture composed
of sample DNA, a forward or reverse
primer (1 pmol/ml) and an ABI PRISM
BigDye Terminator Cycle Sequencing kit
(Applied Biosystems, Foster City, CA).
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After reaction, the mixtures were purified
with a spin column and denatured using
Template suppression reagent (Applied
Biosystems) at 95°C for 2 min. DNA
sequence was analysed with the ABI
PRISM 310 DNA sequencer (Applied
Biosystems). The level of sequence simi-
larities was estimated by using the simple
homology program DNASIS (Hitachi,
Tokyo, Japan).

Design of primer pairs

After alignment of each DNA partial
sequence of the rpoB gene, the species-
specific primers for the oral Veillonella
spp. were designed by the standard manual
method.

Results and discussion

The accession numbers of the rpoB gene
sequences of reference strains from the
GenBank data base (http:/www.ncbi.nlm.
nih.gov/) were EF185159 for V. atypica,
EF185162 for V. denticariosi, EF185161
for V. dispar, EF185181 for V. parvula,
and EF211831 for V. rogosae. From the
results of a similarity search of these rpoB
gene sequences, a high degree of poly-
morphism was observed in the region from
position 2500 to 3100 in all the oral
Veillonella species. The similarities among
the partial sequences of the rpoB gene
regions of these species were found to be
from 75.9 to 91.3% (Table 1).

To confirm the high polymorphism of
the region, we analysed the DNA sequence
from positions 2500 to 3100 of the rpoB
gene of Veillonella strains isolated from
human oral cavities and stored in the
departmental  collection. The partial
sequencing studies indicated that the
region of the 7poB gene of oral Veillonella
strains showed universally high variability
(data not shown). This suggested that this
region of the rpoB gene contained suitable
sequences for the design of specific prim-
ers to discriminate between oral Veillonella
at the species level by PCR.

In the present study, according to the
sequences of the variable regions in the
rpoB gene of oral Veillonella species, five
forward primers were designed as species-

Table 1. Level of rpoB partial sequence similarity among oral Veillonella species

Percentage similarity with

Species V. atypica V. denticariosi V. dispar V. parvula
V. denticariosi 75.9

V. dispar 83.3 77.3

V. parvula 78.4 79.4 84.4

V. rogosae 78.2 81.4 83.8 91.3
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2626 2696 2715 2934 2997 3100 3318 3375

2626 2647

V. atypica GAAAGAAGCGCGT ACTGAT GA
V. parvula GAAAGAAGCCCGTACTGAT GC
V. dispar GAAAGAAGCTCGT ACTGAT GC
V. denticariosi GAAAGAAGCGCGCACCGACAG
V. rogosae GAAAGAAGCTCGT ACTGAT GC
(forward primer for V. denticariosi : DENF)
2696 2720
V. atypica GAAGAGTTAGAAGCTAAAGCGAAA
V. parvula GAAGCATTGGAAGCGAAAGTTTCG
V. dispar GAAGAATTAGAAGCAAAAGCTAAA
V. denticariosi GAAGCTTTGGAAGCGAAGGTTACA
V. rogosae GAAGCATTGGAAGCAAAAATTGCA
(forward primer for V. parvula : PARF)
Vagpica  GCGAAAGAAGATGTAACAGTAGCT
V. parvula GTTT CGG AAGATGTTACGGTA AAT
V. dispar GTTACAG AAGATGTAACGGCAGAT
V. denticariosi GTTACAG AAGATGTAACGGCAGAT
V. rogosae ATTGCAG AAGATGTAACAGTAAGC
(forward primer for ¥, rogosae : ROGF)
2934 2959
V. atypica TCTCTTGTTGAAGAATT AGAA CGC
V. parvula GCGCTTGTAGAAGAATT AGAGGCA
V. dispar GCTCTTGTAGAAGAAGGAGAAGCT
V. denticariosi GTTCTCGTAGAGGAAT TGGCC GCT
V. rogosae GTACTTGTAGAGGAAT TAGAA GCA
(forward primer for V. atypica : ATYF)
2997 3021
V. atypica AACGCGTTGAAATTCGCAAAGATT
V. parvula AACGCGTTGAAATTCGCAAAGAGT
V. dispar AACGCGTTGAAATTCGTCA TGAAC

V. denticariosi AACGGGTTGAAATCCGCAAAGCAT
V. rogosae AACGCATTGAAAGCCGCAAAGAGT
(forward primer for V. dispar : DISF)

Position of reverse
primer : VR

Fig. 1. Location and sequence of the species-specific primer in the rpoB gene of oral Veillonella spp.
Underlines indicate the nucleotide sequences of each forward primer for Veillonella spp. Numbers
indicate the nucleotide positions in the rpoB gene of the Veillonella spp.
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Fig. 2. The polymerase chian reaction products obtained by using species-specific primer pairs.
(A, B) Molecular weight marker in lanes 1 and 17. Primer pairs: PARF-VR, lanes 2, 7, 12, 18, and
23; ATYF-VR, lanes 3, 8, 13, 19, and 24; DISF-VR, lanes 4, 9, 14, 20, and 25; DENT-VR, lanes 5,
10, 15, 21, and 26; ROGF-VR, lanes 6, 11, 16, 22, and 27. Template DNA from Veillonella parvula;
lanes 2-6; Veillonella atypica, lanes 7-11; Veillonella dispar, lanes 12-16; Veillonella denticariosi,

lanes 18-22; and Veillonella rogosae, lanes 23-27.

specific primers. These specific forward
primers were designated as DENF for
V. denticariosi, as PARF for V. parvula,
as ROGF for V. rogosae, as ATYF for
V. atypica, and as DISF for V. dispar
(Fig. 1). In addition, one reverse primer
was constructed using the sequence of the
conserved region of the 7poB gene and was
designated as VR (5-GTGTAACAAGG-
GAGTACGGACC-3") for all of the oral
Veillonella species (Fig. 1).

To examine the specificity of the five
primer pairs (DENF-VR, PARF-VR,
ROGF-VR, ATYF-VR, and DISF-VR),
PCR was performed with DNA templates
from the type or the reference strain of
each oral Veillonella species. The electro-
phoretically detected amplicons of PCR
are shown as species-specific products
(Fig. 2). The molecular weights of the
PCR products were also identical to the
theoretical values, which were 623 base

1 23 4 56 7
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Fig. 3. The polymerase chain reaction products
obtained by using the mixture of primers.
Molecular weight marker is in lane 1. Primer
was a mixture of PARF, ATYF, DISF, DENF,
ROGF, and VR. Template DNA from Veillonel-
la parvula, lane 2; Veillonella atypica, lane 3;
Veillonella dispar, lane 4; Veillonella denticari-
osi, lane 5; and Veillonella rogosae, lane 6.

pairs (bp) for V. parvula, 384 bp for
V. atypica, 321 bp for V. dispar, 604 bp
for V. rogosae, and 693 bp for V. dentica-
riosi (Fig. 2). These results demonstrated
that these five primer pairs could effec-
tively identify the recognized oral species
of genus Veillonella.

As an additional step to realize faster
and more convenient identification of the
oral Veillonella species, we examined the
simultaneous use of all five primers in a
single PCR mixture. When DENF, PARF,
ROGF, ATYF, DISF, and VR were mixed
in one PCR tube with DNA template, only
one PCR product was detected against
each of the DNA templates from the oral
Veillonella species individually (Fig. 3).
The molecular weights of the PCR prod-
ucts were also identical to the theoretical
values as indicated before. These results
indicated that the oral Veillonella species
could also be species specifically identified
by PCR using a mixture of primers, DENF,
PARF, ROGF, ATYF, DISF, and VR.

However, when all DNA templates from
the five Veillonella species were used at
once in the PCR procedure, it was quite
difficult for the mixture of the five primers
to clearly identify V. denticariosi, V. parv-
ula, and V. rogosae because the PCR
products from these three species were
located close to each other on the agarose
gel after electrophoresis. Therefore, we
devised a two-step PCR procedure to
identify all five species of oral Veillonella.
The first step of PCR was performed with
a mixture composed of four primers,



PARF, ATYF, DISF, and VR. The second
step of PCR was carried out with a mixture
of three primers, DENF, ROGF, and VR,
for organisms that were not identified in
the first step. V. denticariosi and V. rogo-
sae could be identified by the second step
of the PCR procedure.

The two-step PCR method was applied
to 67 laboratory strains that had been
identified as members of the genus Veillo-
nella to confirm its efficacy. All 67 labo-
ratory strains were identified as one of the
five Veillonella species as follows: four
strains of V. atypica, 55 strains of V. parv-
ula, one strain of V. dispar, two strains of
V. denticariosi, and five strains of V. rogo-
sae. These results verified the usefulness
and propriety of the two-step-method of
PCR for identification of oral Veillonella
strains at the species level.

Recently, three new species of the genus
Veillonella were isolated (2, 6, 11). Those
reports stated that comparison of the 16S
rRNA gene sequence was not a method for
identifying these new species, and so
alternative gene sequences were compared
to identify these Veillonella spp. In partic-
ular, it was reported that sequence analysis
of the rpoB gene of Veillonella spp. was
useful for the identification of these micro-
organisms (2). The rpoB gene sequences
have also been used for the identification
and phylogenic study of various bacterial
species (13, 15, 16).

Members of the oral Veillonella are
known as volatile sulfur-compound-pro-
ducing bacteria and are a cause of oral
malodor (5, 8-10, 17, 18, 27). However,
the prevalence of the oral Veillonella spp.
in the tongue biofilm, in the oral cavity,
and in the region of endodontic infection
has not been fully clarified because of the
difficulty of identifying oral Veillonella at
species level.

Recently, Veillonella isolates from
human tongues were identified by
sequencing their 7poB genes (5). However,
the sequence analysis of the rpoB genes of
all microorganisms in many samples
would be a time-consuming procedure.
On the other hand, the identification by
detection of amplicons of PCR would be
very easy and relatively fast.

To resolve the above-mentioned prob-
lems, we have established species-specific
primers for PCR by using the partial
sequences of rpoB genes to identify the
five species of recognized oral Veillonella.
In addition, we developed the two-step
method of PCR as a convenient and time-
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saving means of identifying oral Veillonel-
la species in many samples. This is the first
report indicating that PCR products target-
ing the rpoB gene can identify oral Veillo-
nella at species level.

References

1. Aas JA, Paster BJ, Stokes LN, Olsen I,
Dewhirst FE. Defining the normal bacterial
flora of the oral cavity. J Clin Microbiol
2005: 43: 5721-5732.

2. Arif N, Do T, Byun R et al. Veillonella
rogosae sp. nov., an anaerobic Gram-nega-
tive coccus isolated from dental plaque.
Int J Syst Evol Microbiol 2008: 58: 581—
584.

3. Arif N, Sheehy EC, Do T, Beighton D.
Diversity of Veillonella spp. from sound and
carious sites in children. J Dent Res 2008:
87: 278-282.

4. Baumgartener JC, Falkler WA Jr. Bacteria
in the apical 5 mm of infected root canals.
J Endod 1991: 17: 380-383.

5. Beighton D, Clark D, Hanakuka B, Gilbert
S, Do T. The predominant cultivable Veillo-
nella spp. of the tongue of healthy adults
identified using rpoB sequencing. Oral
Microbiol Immunol 2008: 23: 344-347.

6. Byun R, Carlier JP, Jacques NA, Marchan-
din H, Hunter N. Veillonella denticariosi sp.
nov., isolated from human carious dentine.
Int J Syst Evol Microbiol 2007: 57: 2844—
2848.

7. Drancourt M, Raoult D. rpoB gene se-
quence-based identification of Staphylococ-
cus species. J Clin Microbiol 2002: 40:
1333-1338.

8. Faveri M, Feres M, Shibli JA, Hayacibara
RF, Hayacibara MM, de Figueiredo LC.
Microbiota of the dorsum of the tongue
after plaque accumulation: an experimental
study in humans. J Periodontol 2006: 77:
1539-1546.

9. Haraszthy VI, Zambon JJ, Sreenivasan PK
et al. Identification of oral bacterial species
associated with halitosis. ] Am Dent Assoc
2007: 138: 1113-1120.

10. Hughes CV, Kolenbrander PE, Andersen
RN, Moore LV. Coaggregation properties of
human oral Veillonella spp.: relationship to
colonization site and oral ecology. Appl
Environ Microbiol 1988: 54: 1957-1963.

11. Jumas-Bilak E, Carlier JP, Jean-Pierre H
et al. Veillonella montpellierensis sp. nov., a
novel anaerobic Gram-negative coccus iso-
lated from human clinical samples. Int J
Syst Evol Microbiol 2004: 54: 1311-1316.

12. Khemaleelakul S, Baumgartner JC, Pruk-
sakorn S. Identification of bacteria in acute
endodontic infections and their antimicro-
bial susceptibility. Oral Surg Oral Med Oral
Pathol Oral Radiol Endod 2002: 94: 746—
755.

13. Kim BJ, Lee SH, Lyu MA et al. Identifica-
tion of mycobacterial species by compara-
tive sequence analysis of the RNA
polymerase gene (rpoB). J Clin Microbiol
1999: 37: 1714-1720.

313

14. Kolenbrander PE, Moore LVH. The genus
Veillonella. In: Balows HG, Triiper M,
Dworkin W, Harder W, Schleifer K-H,
eds. The prokaryotes, 2nd edn. New York:
Springer, 1992: 2034-2047.

15. Korczak BM, Stieber R, Emler S, Burnens
AP, Frey J, Kuhert P. Genetic relatedness
within the genus Campylobacter inferred
from rpoB sequences. Int J Syst Evol
Microbiol 2006: 56: 937-945.

16. La Scola B, Gundi VA, Khamis A, Raoult
D. Sequencing of the rpoB gene and
flanking spacers for molecular identification
of Acinetobacter species. J Clin Microbiol
2006: 44: 827-832.

17. Mager DL, Ximenez-Fyvie LA, Haffajee
AD, Socransky SS. Distribution of selected
bacterial species on intraoral surfaces.
J Clin Periodontol 2003: 30: 644—654.

18. Marchandin H, Jean-Pierre H, Carriére C,
Canovas F, Darbas H, Jumas-Bilak E.
Prosthetic joint infection due to Veillonella
dispar. Eur J Clin Microbiol Infect Dis
2001: 20: 340-342.

19. Marchandin H, Teyssier C, Siméon De
Buochberg M, Jean-Pierre H, Carriere C,
Jumas-Bilak E. Intra-chromosomal hetero-
geneity between the four 16S rRNA gene
copies in the genus Veillonella: implications
for phylogeny and taxonomy. Microbiology
2003: 149: 1493-1501.

20. Mays TD, Holdeman LV, Moore WEC,
Rogosa M, Johnson JL. Taxonomy of the
genus Veillonella Prévot. Int J Syst Bacte-
riol 1982: 32: 28-36.

21. Peters LB, Wesselink PR, Buijs JF, van
Winkelhoff AJ. Viable bacteria in root
dentinal tubules of teeth with apical peri-
odontitis. J Endod 2001: 27: 76-81.

22. Rogosa M. Anaerobic Gram-negative cocci.
In: Krieg NR, Holt JG, eds. Bergey’s
manual of systematic bacteriology. Balti-
more: Williams & Wilkins, 1984: 680-685.

23. Rogosa M, Fitzgerald RJ, Mackintosh ME,
Beaman AJ. Improved medium for selective
isolation of Veillonella. J Bacteriol 1958:
76: 455-456.

24. Sato T, Matsuyama J, Sato M, Hoshino E.
Differentiation of Veillonella  atypica,
Veillonella dispar and Veillonella parvula
using restricted fragment-length polymor-
phism analysis of 16S rDNA amplified by
polymerase chain reaction. Oral Microbiol
Immunol 1997: 12: 350-353.

25. Smith G, Socransky SS, Smith CM. Rapid
method for the purification of DNA from
subgingival microorganisms. Oral Micro-
biol Immunol 1989: 4: 47-51.

26. Sundqvist G. Associations between micro-
bial species in dental root canal infections.
Oral Microbiol Immunol 1992: 7: 257-262.

27. Washio J, Sato T, Koseki T, Takahashi N.
Hydrogen sulfide-producing bacteria in
tongue biofilm and their relationship with
oral malodour. ] Med Microbiol 2005: 54:
889-895.

28. Wittgow WC Jr, Sabiston CB Jr. Microor-
ganisms from pulpal chambers of intact
teeth with necrotic pulps. J Endod 1975: 1:
168-171.



This document is a scanned copy of a printed document. No warranty is given about the accuracy
of the copy. Users should refer to the original published version of the material.



