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Antibiograms with 20 different antimicrobial disks were studied for antibiotyping of Bacteroides gingivalis
isolates. The stability of the antibiotypes was tested by passage in mice. Several B. gingivalis isolates of the same
subject were used to investigate the presence of different antibiotypes in one individual, while isolates from
different subjects were used to investigate individual differences. The antibiotypes were found to remain stable
after animal passage. All tested strains of different origin represented different antibiotypes. The isolates from
one subject all belonged to the same antibiotype. Principal component analysis of the data showed that two
factors were important in the discrimination of the strains of B. gingivalis. One included B-lactam
antimicrobial agents that affect the cell wall. The other included antimicrobial agents that inhibit synthesis of
protein and nucleic acid. Both principal component analysis and discriminant analysis proved to be of great use
in the reduction of the amount of data and the visualization of the relations between different antibiotypes of
B. gingivalis in a linear map. Among the investigated subjects, different antibiotypes of B. gingivalis were
found, indicating that in the mouth of an individual, one antibiotype of B. gingivalis predominates and that
different persons harbor different antibiotypes of B. gingivalis.

Bacteroides gingivalis appears to be one of the most
virulent microorganisms in relation to periodontal disease
(11, 12). Until now, little was known about the acquisition
and distribution of B. gingivalis among periodontal patients,
in contrast to another oral pathogen, Streptococcus mutans.
Rogers (9) found that one type of S. mutans predominates in
the mouth of an individual and that intrafamilial transmission
of S. mutans occurs, especially from the mother to the child.
In addition, Zambon et al. (14) found that patients with
juvenile periodontitis harbored the same biotype and
serotype of Actinobacillus actinomycetemcomitans as did
their families.

So far, biotyping and serotyping of B. gingivalis is not
available. Other methods to identify individual strains of
microorganisms are antibiotyping and typing by mass spec-
trometry of volatile pyrolysis products (1, 2). Borst et al. (2)
described a method for typing microorganisms by using
antimicrobial agent-containing disks placed on seeded agar
plates. After growth, the diameters of the inhibition zones
were measured. However, the analysis was done by visual
comparison of the data. The pattern of inhibition zones
appeared to be specific for each strain. In a pilot study, this
method was applied for B. gingivalis (7). In the present
study, the processing of the data was done by more ad-
vanced statistical methods. These methods were used as a
means to identify different types of B. gingivalis in individual
patients.

MATERIALS AND METHODS

Bacterial strains. Seven strains of B. gingivalis were tested.
Strains OMB 8005-8, OMB 2901.06, OMB 11054, and OMB
12301 were provided by F. Gusberti, Klinik Fiir Kronen-
Briickenprothetik, University of Bern, Bern, Switzerland.
Strains Ny 467, Ny 467-1, Ny 467-2, Ny 467-3, Ny 468, andNy
469 were isolated by M. A. C. van Oosten in the Department
of Periodontology of the University of Nijmegen, Nijmegen,
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The Netherlands. The strains were isolated from different
patients with periodontitis.

Cultivation. B. gingivalis was cultured in the BM broth of
Gibbons and MacDonald (3) supplemented with 0.25% liver
digest (Oxoid Ltd., London, United Kingdom) or on BM
agar with 0.25% liver digest and 5% defibrinated sheep blood
(8). All culturing and dilution procedures were performed on
prereduced media in an anaerobic chamber (Coy Laboratory
Products, Ann Arbor, Mich.) at 37°C in an 85% N»-10%
CO,-5% H, atmosphere, unless indicated otherwise. The B.
gingivalis isolates were stored at —80°C after addition of 7%
(vol/vol) dimethylsulfoxide to 24-h cultures in BM broth.

Inoculation of mice. To study the stability of the
antibiogram, B. gingivalis Ny 467 and Ny 469 were given an
animal passage, as described by van Steenbergen et al. (13).
Inocula (50 pl) of both strains, containing approximately 10°
cells, were injected subcutaneously in the back of five
4-week-old male Swiss mice. Up to 10 days after inoculation,
samples were taken from the lesions and cultured on BM agar
under anaerobic conditions. Black-pigmented colonies were
isolated and classified according to characteristic biochemi-
cal properties, including trypsin activity, fermentation of
glucose, production of indole, esculin hydrolysis, catalase
activity, and hemagglutination (5).

Antibiotyping. With some modifications, the antibiotyping
was carried out as described by Borst et al. (2). The
following 20 antimicrobial disks were selected: ampicillin
(AM10), carbenicillin (CB50), cefazolin (CZ30), methicillin
(PDS), penicillin (P2), chloramphenicol (C30), clindamycin
(CC2), erythromycin (E2), furazolidone (Fx100), fusidin acid
(FA10), nitrofurantoin (F/M100), oxytetracycline (T30), and
tetracycline (Te5), delivered by Becton Dickinson and Co.,
Paramus, N.J.; cephaloridin (CRS), bacitracin (B10), mino-
cycline (MH30), spectinomycin (Si30), rifampin (RD2), and
novobiocin (Nv35), delivered by Oxoid Ltd., Basingstoke,
England; and metronidazole (M25) from May & Baker Ltd.,
Dagenham, England. In the preparation of the seeded agar
plates, 160 ml of BM agar (0.75% Noble agar; Difco Labo-
ratories, Detroit, Mich.) was mixed at 40°C with 40 ml of a
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TABLE 1. Antibiogram of seven B. gingivalis strains
Diameter of inhibition zone (mm) with the following B. gingivalis strain“:
Antimicrobial disk Ny 467 Ny 468 Ny 469 OMB 8005-8 oS OMB 11054 OMB 12301
Ampicillin 56.7 = 1.2 69.3 2.1 42.7*15 69.7 = 2.5 49.0 = 1.0 69.0 = 1.7 56.7 + 4.5
Bacitracin 273 1.5 28.7 + 6.8 343 + 0.6 47.0 = 2.7 27.0 £ 1.0 38.0 £ 2.5 323x23
Carbenicillin 67.0 = 2.8 740 =+ 1.4 490+ 1.4 75.0 = 0.0 52535 75.0 £ 0.0 61.3 £ 2.3
Cefazolin 48.0 = 2.7 61.7 = 3.2 357+ 2.1 69.3 +2.1 41.7 £ 2.5 61.3 1.2 50.0 + 2.6
Cephaloridin 50.7 £ 1.2 62.3 £ 2.1 39.0 = 0.0 67.3 + 4.2 43.0 * 2.7 64.7 £ 1.5 51.0 £ 1.7
Chloramphenicol 323 3.1 42.7 2.1 31.0 = 1.5 59.3 + 10.1 32.0+1.0 41.0 + 4.4 32.7+x1.2
Clindamycin 54.0 £ 2.0 62.7 £ 3.5 40.0 = 1.6 74.3 = 0.6 42325 54.7 £ 5.1 44.0 + 2.7
Erythromycin 37.0 £ 1.7 44.0 = 1.7 28.7 £ 1.5 527 1.5 313 £ 2.1 49.1 £ 2.3 41.7 1.2
Furazolidone 31329 34.0 = 6.3 19.0 = 1.0 56.0 = 8.0 18.3 + 1.2 29.7 £ 3.1 20.0 = 1.0
Fusidin acid 47.7 = 3.5 60.7 = 1.5 38.3 £ 0.6 73.0 = 1.7 393 +21 51.7 £ 3.2 41.7 * 0.6
Methicillin 24.0 2.7 41.0 £ 2.0 21.7 £ 2.1 54.0 = 10.2 22.7 £ 0.6 49.7 = 1.5 27.0 = 1.0
Metronidazole 48.7 = 1.5 50.7 = 12.0 28.0 = 3.6 71.7 £ 4.9 37.0 = 13.2 50.0 + 6.6 33.7+42
Minocycline 48.7 =23 56.7 £ 2.5 353 £ 0.6 733+ 1.5 413 = 3.1 50.0 £ 5.3 39.3+2.1
Nitrofurantoin 44,0 = 3.5 153 = 6.1 31.0 £ 0.8 59.0 = 3.6 273 +£2.5 40.7 £ 2.5 29.7 £2.3
Novobiocin 20.7 £ 1.5 48.7 + 1.2 27.3 £ 0.6 64.3 = 0.6 41.7 £ 0.6 45.7 = 2.3 33.7+1.2
Oxytetracycline 457+ 1.5 55.7+29 343 1.2 70.3 = 4.7 39.7 £ 1.2 55.0 + 4.4 41.0 = 1.7
Penicillin 53.3+23 62.3 £ 0.6 38315 67.0 = 2.7 4.0+ 2.7 63.0 = 2.0 49.0 £ 1.5
Rifampin 41.0 = 1.7 50.3+1.2 25.0 £ 2.7 63.0 = 10.5 39.7 £ 1.2 38.0 = 1.0 36.3 + 0.6
Spectinomycin 24.0 £ 2.0 30.7 £ 2.1 16.7 + 1.2 30.3 = 10.5 19.7 = 0.6 25.7 + 3.8 19.3 + 0.6
Tetracycline 42.0=* 1.7 51.0 £ 3.0 32.0 £ 1.0 58.7 = 4.0 357 1.5 52.6 3.5 323+ 31

“ Each value represents the mean + standard deviation of results from three identical tests.

24-h broth culture of the B. gingivalis test strain. Portions (6
ml) of the seeded agar were poured into 9-cm petri dishes.
After cooling, the plates were transported into the anaerobic
chamber, and one antimicrobial disk was placed on each
plate. The whole procedure from preparation to incubation
was performed within 30 min. After incubation for 2 days,
the diameters of the zones of inhibition were measured in
millimeters.

Processing of data. Antibiograms provided data that vary
by measurement and strain (see Table 1). The measurement
characteristics of the data permitted the use of such statistics

as means, correlations, and variances. The total variance
formed the basis for further analysis. The total variance of
the antibiograms is the sum of the individual variances
within the strains and variances between the strains.

In a correlation matrix, the coherence of the different
antibiotics in the antibiograms was calculated (see Table 2).
To reduce the illegible mass of correlations, the basis of
these correlations was searched for by the principal compo-
nent analysis, a form of factor analysis (see Table 3).

From the results of this analysis, a two-dimensional
scattergram was constructed using the two factors found by

TABLE 2. Correlation matrix of 14 antimicrobial agents®

Correlation with?:

Factor 1 Factor 2
Antimicrobial agent Chlor- .
Ampi- | C3  Cefar  Cefe-  Methi- Penicil  am-  Clinda- "% Fusidin MO Mino- MU0 Rifam-
cillin lin zolin  loridin  cillin lin pl::zrln- mycin done acid zole cycline toin pin

Factor 1

Ampicillin 1.00

Carbenicillin 0.97 1.00

Cefazolin 0.96 0.94 1.00

Cephaloridin 0.97 0.96 0.98 1.00

Methicillin 0.87 0.82 0.90 0.93 1.00

Penicillin 0.98 0.98 0.96 0.98 0.89 1.00
Factor 2

Chloramphenicol  0.73 0.69 0.79 0.73 0.76  0.79 1.00

Clindamycin 0.83 0.88 0.89 0.86 0.81 0.89 0.90 1.00

Furazolidone 0.71 0.74 0.80 0.74 0.73 0.79 0.97 0.93 1.00

Fusidin acid 0.83 0.83 0.90 0.86 0.84 0.88 0.92 0.98 0.94 1.00

Metronidazole 0.74 0.83 0.81 0.78 0.75 0.79 0.86 0.92 0.88 0.86 1.00

Minocycline 0.79 0.83 0.88 0.84 0.81 0.86 0.91 0.97 0.93 0.98 0.89 1.00

Nitrofurantoin 0.73 0.82 0.88 0.77 0.71 0.82 0.90 0.95 0.96 0.93 0.88 0.92 1.00

Rifampin 0.71 0.71 0.80 0.76 0.72 0.75 0.75 0.88 0.78 0.87 0.83 0.91 0.76 1.00

“ Results were obtained from biotyping of seven B. gingivalis strains and are grouped on the basis of factor analysis results.
& Mean correlations: between factor 1 antimicrobial agents, 0.94; between factor 2 antimicrobial agents, 0.90; between factor 1 and factor 2 antimicrobial agents,

0.79.
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TABLE 3. Factor loadings in the principal component analysis of
14 antimicrobial agents®

Factor loading”:
Antimicrobial agent

Factor 1 Factor 2
Ampicillin 0.90 0.40
Carbenicillin 0.86 0.46
Cefazolin 0.83 0.53
Cephaloridin 0.89 0.45
Methicillin 0.79 0.47
Penicillin 0.85 0.51
Chloramphenicol 0.39 0.87
Clindamycin 0.56 0.81
Furazolidone 0.38 0.90
Fusidin acid 0.57 0.80
Metronidazole 0.48 0.80
Minocycline 0.52 0.83
Nitrofurantoin 0.44 0.85
Rifampin 0.47 0.74

“ Results are derived from antibiotyping of the seven B. gingivalis strains

b Factor loading indicates the relative weight of the individual antibiotic on
each of the two factors. Factors 1 and 2 account for 93.3% of the explained
variance.

the factor analysis. In this scattergram, the positions of the
antibiograms of every strain could be indicated, by the use of
the mean score of inhibition zones of the antimicrobial
agents belonging to factor 1 on the x axis and those belonging
to factor 2 on the y axis. Connection of the points of the three
antibiograms of each strain in the scattergram gave the
encouraging impression that the variances within each factor
group were relatively small compared with the variances
between groups. To test this impression, a statistical tech-
nique was needed to analyze the variance between groups.
Discriminant analysis was used to test whether the mean
values of the antibiograms of the strains were mutually
different in reality (4). The principal component analysis and
the discriminant analysis are programs in the SPSS, Statis-
tical Package of Social Sciences (6).

RESULTS

B. gingivalis isolates of seven different subjects were
tested. The reproducibility of the antibiograms tested in
triplicate is shown in Table 1. It was found that different
strains had different sensitivities. In a pilot study, principal
component analysis showed that of the 20 antimicrobial
agents tested, 14 were relevant in the discrimination of the B.
gingivalis strains. The correlations between these 14 antimi-
crobial agents were calculated (Table 2). Highly correlated
were the B-lactams (mean correlation, 0.94). Also highly
correlated were the antibiotics that inhibit the synthesis of
protein or nucleic acid (mean correlation, 0.90), with the
exception of rifampin (mean correlation, 0.83). The mean
correlation between the B-lactams and the other antimicro-
bial agents was 0.79.

Two main factors were extracted by the principal compo-
nent analysis program (Table 3). Both factors together
account for 93.3% of total variance. The principal compo-
nent matrix showed that the first factor contains B-lactam
while the antimicrobial agents that inhibit the synthesis of
proteins or nucleic acids have high factor loadings on the
second factor. The relative positions of triplicates of each
strain on both factors were calculated by dividing the sum of
the inhibition zone diameters by the number of relevant
antimicrobial agents. The triplicates were then placed in a
two-dimensional scattergram (Fig. 1). The scattergram plot
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provided by its two dimensions the basis for the assumption
that each of the seven strains clusters apart from the others.
The statistical evidence for this assumption was given by the
subsequent discriminant analysis, which demonstrated that
the relative distances between the seven strains were indeed
statistically large enough to reject the null hypothesis that all
(or even some) triplicates belonged to the same group. A
100% classification success was achieved by cross-tabulating
the hypothetical group classification with the predicted
group classification based on the predictive power of a linear
set of the 14 antimicrobial agents. Further discriminant
analysis showed that all tested strains of B. gingivalis could
have been identified correctly with only four antimicrobial
agents if the agents were chosen from both factors.

Samples were obtained several times from the subject
harboring B. gingivalis Ny 467, and three more isolates were
collected. B. gingivalis Ny 467 and Ny 467-1 were collected
from the same site, but with a time interval of 6 months.
Isolates Ny 467-2 and Ny 467-3 were collected from another
site, also with a time interval of 6 months.

The scattergram of the in duplo-tested strains (Fig. 2)
provided the basis for the assumption that every isolate had
an antibiotype that clearly differed from the antibiotype of
the reference strain Ny 469. Several runs with the SPSS
program demonstrated that the relative distances between
strain Ny 469 and strains Ny 467, Ny 467-1, Ny 467-2, and
Ny 467-3 were statistically large enough to reject the null
hypothesis. This indicated that the isolates of B. gingivalis of
one patient were clearly different from the B. gingivalis Ny
469 of another patient. Cross-tabulation of these strains
showed a 100% classification success.

The stability of the antibiograms of B. gingivalis NY 467
and Ny 469 was tested in an animal model. After subcuta-
neous injection of 10 mice with these strains, gravity ab-
scesses developed at the abdominal area. From these ab-
scesses, samples were taken up to 10 days after injection.
Eleven isolates were recovered from mice infected with B.
gingivalis Ny 467, and six isolates were recovered from mice
infected with strain Ny 469. Antibiograms of all strains,
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FIG. 1. Scattergram of seven strains of B. gingivalis. The values
on the axis indicate the mean sum of inhibition zones, in millimeters,
of the antimicrobial agents belonging to the two factors. Factor 1
includes B-lactam antibiotics. Factor 2 includes antimicrobial agents
that inhibit the synthesis of protein and nucleic acid. All strains were
tested in triplicate.
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including the parent strains, were made and analyzed with
the principal component analysis program. The results are
presented in a two-dimensional scattergram (Fig. 3). The
isolates after animal passage of strains Ny 467 and Ny 469
showed some differences. However, every isolate clustered
with its corresponding parent strain. Additional discriminant
analysis showed that the two clusters were classified 100%
correctly.

DISCUSSION

Rapid growth is a prerequisite for the presented anti-
biotyping method (10). All B. gingivalis strains were cultured
under standardized conditions and reached the stationary
phase in BM broth within 24 h. Under these conditions, the
antibiograms of B. gingivalis were shown to be reproducible
and stable after animal passage.

The number of antimicrobial agents in an antibiogram is
defined by the discriminating properties of the antibiotics
and the level of discrimination wanted. The selection of 20
antimicrobial agents for typing of B. gingivalis was based
upon the antibiotyping results of Borst et al. (2) with
Pseudomonas sp. and upon a pilot study with B. gingivalis
(7). In the present study, 14 antimicrobial agents were shown
to be important in the discrimination of the B. gingivalis
strains. In this discrimination, two factors were important.
One factor included the B-lactam antibiotics; the other factor
included the inhibition of protein or nucleic acid synthesis.

The two factors in the antibiotyping were highly corre-
lated. For example, B. gingivalis OMB 8005-8 was very
susceptible not only to B-lactam antibiotics but also to
antimicrobial agents inhibiting the synthesis of protein or
nucleic acid. It is speculated that the permeability of the
bacterial cell wall underlies this correlation.

In antibiotyping of B. gingivalis, the statistical analyses
proved to be of great use. The multivariate analysis tech-
niques reduced the amount of data and visualized the rela-
tions between different antibiotypes of B. gingivalis by a
linear map. In addition, the discriminant analysis showed
that the B. gingivalis strains could have been identified
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FIG. 2. Scattergram of a reference strain of B. gingivalis Ny 469
and four strains from one subject, Ny 467, Ny 467-1, Ny 467-2 and
Ny 467-3, isolated at two different sites in a time interval of 6
months. All strains were tested twice. Axes are as described in the
legend to Fig. 1.
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FIG. 3. Scattergram of B. gingivalis Ny 467 (O, @) and Ny 469
A, A). Open symbols indicate parent strains; closed symbols
indicate strains after animal passage. The parent strains were tested
in triplicate.

correctly with only four antimicrobial agents if the agents
were chosen from both factors.

The present findings indicate that in the mouth of an
individual, one antibiotype of B. gingivalis predominates and
that different patients harbor different antibiotypes of B.
gingivalis. Similar results were found by Rogers (9) with S.
mutans and by Zambon et al. (14) with A. actinomyce-
temcomitans. The occurrence of different types of B.
gingivalis might make possible the study of the acquisition
and transfer of this periodontal pathogen and raises ques-
tions about the biological background of this phenomenon.

ACKNOWLEDGMENTS

We thank N. P. Lang, F. Gusberti, and M. A. C. van Oosten for
their cooperation in the project and M. van den Boogaard for typing
the manuscript.

LITERATURE CITED

1. Boon, J. J., A. Tom, B. Brandt, G. B. Eykel, P. G. Kistemaker,
F. J. W. Notten, and F. H. M. Mikx. 1984. Mass-spectrometric
and factor discriminant analysis of complex organic matter from
the bacterial culture environment of Bacteroides gingivalis.
Anal. Chim. Acta 163:193-207.

2. Borst, J., J. H. L. de Jong, and R. J. T. Puyk. 1982. Bewijsvoer-
ing in de epidemiologie: een antibiogramtypering die identiteit
kan bewijzen. Tijdschr. Soc. Geneesk. 60:855-857.

3. Gibbons, R. J., and J. B. MacDonald. 1960. Hemin and vitamin
K compounds as required factors for the cultivation of certain
strains of Bacteroides melaninogenious. J. Bacteriol. 80:164—
170.

4. Klecka, W. R. 1980. Discriminant analysis, vol. 19. In J. L.
Sullivan (ed.), Quantitative applications in the social sciences.
Sage University Papers series. Sage Publications, Inc., Beverly
Hills, Calif.

5. Mikx, F. H. M., D. N. B. Ngassapa, F. J. M. Reijntjes, and J. C.
Maltha. 1984. Effect of splint placement in black-pigmented
Bacteroides and Spirochetes in the dental plaque of beagle dogs.
J. Dent. Res. 63:1284-1288.

6. Nie, N. H., C. H. Hull, J. G. Jenkins, K. Steinbrenner, and D. H.
Bent. 1975. SPSS, statistical package for the social sciences, 2nd
ed. McGraw-Hill Book Co., New York.

7. Notten, F. J. W., G. B. Eijkel, J. J. Boon, M. A. C. Koek-van
Oosten, and F. H. M. Mikx. 1985. Typing of Bacteroides



1024

10.

11.

NOTTEN ET AL.

gingivalis by sensitivity for antibiotics and mass-spectrometry
of pyrolysis products. Antonie van Leeuwenhoek J. Microbiol.
51:551-554.

. Notten, F. J. W., E. W. J. M. Meijs, P. M. van Zandvoort, and

F. H. M. Mikx. 1983. Storage and culturing of oral black-
pigmented Bacteroides isolates. Antonie van Leeuwenhoek J.
Microbiol. 49:607-609.

. Rogers, A. H. 1981. The source of infection in intrafamilial

transfer of Streptococcus mutans. Caries Res. 15:26-31.
Sherris, J. C., and J. A. Washington II. 1980. Laboratory tests
in chemotherapy, p. 446-458. In E. H. Lennette, A. Balows,
W. J. Hausler, Jr., and J. P. Truant (ed.), Manual of clinical
microbiology, 3rd ed. American Society for Microbiology,
Washington, D.C.

Slots, J., and R. J. Genco. 1984. Black-pigmented Bacteroides

12.
13.

14.

J. CLIN. MICROBIOL.

species, Capnocytophaga species and Actinobacillus acti-
nomycetem comitans in human periodontal disease: virulence
factors in colonization, survival and tissue destruction. J. Dent.
Res. 63:412-421. .

van Palenstein Helderman, W. H. 1981. Microbial etiology of
periodontal disease. J. Clin. Periodontol. 8:261-288.

van Steenbergen, T. J. M., P. Kastelein, J. J. A. Touw, and J. de
Graaff. 1982. Virulence of black-pigmented Bacteroides strains
from periodontal pockets and other sites in experimentally
induced skin lesions in mice. J. Periodontal. Res. 17:41-49.
Zambon, J. J., L. A. Christersson, and J. Slots. 1983.
Actinobacillus actinomycetemcomitans in human periodontal
disease. Prevalence in patient groups and distribution of
biotypes and serotypes within families. J. Periodontol. 54:
707-711.



