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Abstract
At least four outbreaks of invasive disease caused by serotype 12F, clonal complex 218
Streptococcus pneumoniae have occurred in the United States over the past two decades. We
studied the population structure of this clonal complex using a sample of 203 outbreak and
surveillance isolates that were collected over 22 years from 34 US states and eight other countries.
Conventional multilocus sequence typing identified five types and distinguished a single outbreak
from the others. To improve typing resolution, multilocus boxB sequence typing (MLBT) was
developed from 10 variable boxB minisatellite loci. MLBT identified 86 types and distinguished
between each of the four outbreaks. Diversity across boxB loci tended to be positively correlated
with repeat array size and, overall, best fit the infinite alleles mutation model. Multilocus linkage
disequilibrium was strong, but pairwise disequilibrium decreased with the physical distance
between loci and was strongest in one large region of the chromosome, indicating recent
recombinations. Two major clusters were identified in the sample, and they were differentiated
geographically, as western and more easterly US clusters, and temporally, as clusters that
predominated before and after the licensure of pneumococcal conjugate vaccines. The diversity
and linkage disequilibrium within these two clusters also differed, suggesting different population
dynamics. MLBT revealed hidden aspects of the population structure of these hyperinvasive
pneumococci, and it may provide a useful adjunct tool for outbreak investigations, surveillance,
and population genetics studies of other pneumococcal clonal complexes.
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1. Introduction
Streptococcus pneumoniae is a major cause of life-threatening human diseases such as
septicemia, community-acquired pneumonia, and meningitis (O’Brien et al., 2009). At least
93 capsular serotypes are known in this species, and polysaccharides from seven of the most
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common serotypes are included in a pneumococcal conjugate vaccine that was licensed for
use in children in the year 2000 in the United States. This vaccine has been highly effective
in reducing the burden of invasive pneumococcal disease in children (Poehling et al., 2006;
Whitney et al., 2003) and, indirectly, in adults (Isaacman et al., 2007). However, the
serotype-specific immunity induced by this vaccine sets up an ecological opportunity for
replacement of the vaccine serotypes by the numerous non-vaccine serotypes. This serotype
replacement phenomenon was first demonstrated by the non-vaccine serotype 19A, which
had significant post-vaccine increases in invasive disease and antibiotic resistance (Pai et al.,
2005). A new conjugate vaccine that covers 13 serotypes, including serotype 19A, was
deployed last year in the US.

The remaining non-vaccine serotypes include some of the most invasive pneumococci in the
species (Sleeman et al., 2006). In particular, serotype 12F is not covered by any of the
conjugate vaccine formulations, but it is hyperinvasive in multiple regions of the world as
evidenced by its significantly more frequent isolation from people with invasive disease than
from healthy carriers (Kronenberg et al., 2006; Michel et al., 2005; Saha et al., 1997;,
Sandgren et al., 2004; Shouval et al., 2006; Sleeman et al., 2006). In the US, 12F invasive
disease remained steady or decreased in most populations following vaccination (Hicks et
al., 2007; Lexau et al., 2005; Whitney et al., 2003), but it significantly increased in certain
at-risk populations (Weatherholtz et al., 2010). In the United Kingdom, where national
immunization with the 7-valent conjugate vaccine began in the year 2006, a significant pre-
vaccine decrease in 12F invasive disease has been halted and nominally reversed after
introduction of the vaccine (Foster et al., 2011). Although the conjugate vaccines have not
been implemented nationally in either Poland or Japan, 12F has significantly increased
among meningitis cases in Poland (Skoczyńska et al., 2011) and, notably, it ranks first
among serotypes causing invasive pneumococcal disease in adults in Japan (Chiba et al.,
2010).

Serotype 12F causes outbreaks of invasive disease in human populations with identifiable
risk factors. For example, in the US, 12F caused outbreaks in a Texas jail in 1989 (Hoge et
al., 1994), in a Maryland child care center in 1992 (Cherian et al., 1994), in a California
homeless shelter in 2004 (Lee et al., 2005), and in a rural region of Alaska in 2003–2004
(CDC, 2005). Serotype 12F has also caused outbreaks in Australia (Gratten et al., 1995). A
previous study indicated that the Texas and Maryland outbreaks were caused by different
clones of a major genetic lineage of 12F pneumococci (Robinson et al., 1999). These
outbreak strains were indistinguishable based on IS1167 and boxA fingerprinting
procedures, but they differed based on polymorphisms in the pneumococcal surface protein
A (Robinson et al., 1999). The genetic relationships between these older outbreak strains
and strains from the more recent California and Alaska outbreaks have not been described.

Multilocus sequence typing (MLST) of housekeeping genes has become a tool of choice for
unambiguously defining clones of pneumococci and for revealing a coarse outline of the
species population structure (Enright and Spratt, 1998). However, to obtain a fine-scale
outline of population structure, portable tools that are even more discriminating than MLST
are needed. Next generation sequencing of pneumococcal genomes is one such tool
(Croucher et al., 2011), but its application can be limited by the need for extensive
bioinformatics infrastructure (Joseph and Read, 2010). Another tool involves the typing of
multiple, rapidly-evolving loci that each contain a variable number of tandem repeats
(MLVA) (Vergnaud and Pourcel, 2009). An MLVA scheme has been developed for S.
pneumoniae that scores electrophoretically-determined size variation in tandem repeat arrays
from 16 loci (Koeck et al., 2005). This MLVA scheme has been useful for confirming
relatedness of pneumococcal outbreak isolates of serotypes 1 (Yaro et al., 2006) and 5
(Pichon et al., 2010). However, use of MLVA to further elucidate population structure can
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be limited by the independent evolution of the same repeat array sizes in different strains
(i.e. size homoplasy) (Estoup et al., 2002). Dispersed throughout the pneumococcal genome
is a tandem repeat of the minisatellite class, the 45 bp tandemly repeated boxB sequence,
which is part of the BOX intergenic repetitive elements (Martin et al., 1992). Here, we use
sequence-based typing of boxB minisatellites to provide a portable, discriminatory typing
scheme that should be less prone to size homoplasy than electrophoretic schemes. This
typing scheme requires the same laboratory infrastructure as that needed to produce
conventional MLST data. The goal of this study was to obtain a fine-scale outline of the
population structure of serotype 12F, clonal complex 218 S. pneumoniae. To accomplish this
goal, we first developed and validated multilocus boxB sequence typing (MLBT) for
pneumococcal outbreak investigations. Typing of a larger collection of surveillance isolates
allowed us to characterize some diversity at boxB loci. We then used the new typing scheme
to reveal hidden aspects of the population structure of these hyperinvasive pneumococci.

2. Materials and methods
2.1. Bacterial isolates

A total of 203 outbreak and surveillance isolates of serotype 12F, clonal complex 218 S.
pneumoniae were included in this study. Four outbreaks were represented by a total of 28
isolates, including 9 isolates from the 1989 Texas jail outbreak (Hoge et al., 1994), 6 isolates
from the 1992 Maryland child care center outbreak (Cherian et al., 1994), 5 isolates from the
2004 California homeless shelter outbreak (Lee et al., 2005), and 8 isolates from a newly
identified 2006–2008 outbreak in a rural region of Alaska (Zulz et al., in preparation).
Isolates from a 2003–2004 outbreak in another rural region of Alaska (CDC, 2005) were
found to belong to a different clonal complex (CC1527) by MLST and were excluded from
this study. Surveillance sources provided a total of 175 isolates, including 32 isolates from
the Active Bacterial Core surveillance (ABCs), which is a component of the Centers for
Disease Control and Prevention (CDC) Emerging Infections Program
(http://www.cdc.gov/abcs/index.html), 97 isolates from the US and global Prospective
Resistant Organism Tracking and Epidemiology for the Ketolide Telithromycin
(PROTEKT) surveys (Farrell and Jenkins, 2004), 16 isolates from the Arctic Investigations
Program (AIP) of the CDC, 28 isolates from Queensland Health Services and the
Department of Pathology of the Royal Darwin Hospital, and 2 isolates from a survey of
invasive pneumococcal disease in Japan (Chiba et al., 2010). The study sample included 163
isolates from 34 US states, and 40 isolates from 8 other countries. Dates of isolation spanned
22 years (1986–2008). Characteristics of all study isolates are listed in Table S1.

Long-term storage of isolates was at −80°C in a solution of Todd Hewitt broth with 0.5%
yeast extract and 15% glycerol. Bacterial growth was done overnight on blood agar plates at
37°C in a candle jar. Bacterial genomic DNA was isolated with a DNeasy kit (Qiagen),
according to the manufacturer's instructions. The presence of serotype 12F capsule genes
were verified for each isolate with PCR, using the 12F-specific and cpsA-control primers of
Pai et al. (2006). MLST was done for each isolate according to Enright and Spratt (1998).
eBURST analysis of MLST data (Feil., 2004) was used to assign the isolates to clonal
complex 218.

2.2. Identification and sequence typing of variable boxB loci
The draft genome sequence of serotype 12F strain CDC0288-04, which is a blood isolate
from the 2004 California outbreak, was searched for copies of the BOX intergenic repetitive
elements. These elements are modular, with a 59 bp boxA sequence and a 50 bp boxC
sequence that often flank one or more copies of a 45 bp boxB sequence (Martin et al., 1992).
Of the 112 identified BOX elements in this strain, 33 had an AB≥2C configuration with
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tandemly repeated boxB sequences. These 33 loci were screened for variation in a subset of
six isolates, which we named the discovery isolates, that included one outbreak isolate from
each of the Texas, Maryland, and California outbreaks along with a random surveillance
isolate from each of these three US states. With these six discovery isolates, the 33 loci were
amplified by PCR and sequenced on both DNA strands.

Loci were subsequently excluded from the multilocus boxB sequence typing (MLBT)
scheme if they were i) problematic to amplify and/or sequence, ii) not variable among the
discovery isolates, or iii) physically located within 10 kb of MLST loci or other candidate
boxB loci based on coordinates from the finished genome sequence of serotype 4 strain
TIGR4 (Tettelin et al., 2001). The 10 boxB loci and the primer sequences selected for
MLBT are listed in Table S2. We note that all of these loci can be typed for 12F, CC1527
pneumococci (not shown) and that the majority of these loci are detected in genome-
sequenced pneumococci of diverse backgrounds, suggesting typeability beyond the 12F,
CC218 isolates studied here. Seven of these loci are also included in the MLVA scheme
(Koeck et al., 2005), whereas three of these loci are new to this study. Thermal cycling
parameters for the amplification of all loci include an initial denaturation step of 94°C for 5
min, followed by 30 cycles of 94°C for 30 s, 60°C for 30 s, and 72°C for 45 s, and a final
elongation step of 72°C for 7 min.

The 10 boxB loci used for MLBT are identified by an uppercase "B" followed by a number;
for example, locus B25. Each unique 45 bp boxB repeat sequence is identified by a
lowercase "b" followed by a number; for example, repeat sequence b16. Each unique
combination of boxB repeat sequences at a locus defines an allele, and alleles are identified
based on their repeat profile (i.e. repeat array). For ease of viewing, the repeat profile need
not include the lowercase "b" for each repeat; for example, at locus B25, allele 5-1-2 is
defined by the repeats b5, b1, and b2 in tandem. As another example, at locus B27, allele
9-9-9-9-11 is defined by four copies of the repeat b9, followed by one copy of repeat b11.
To verify that the entire boxB repeat array has been sequenced and to determine the correct
orientation of the array, it is necessary to find the flanking sequences of boxA and boxC in
the sequenced amplicons. These flanking sequences are not included as typing information
even though they exhibit sequence variation. Finally, each unique combination of alleles
across the 10 boxB loci defines a boxB sequence type (BT).

2.3. Stability tests
The three discovery isolates from outbreaks were subsequently used to conduct stability
tests of the 10 boxB loci used for MLBT. For each of these isolates, individual colonies from
blood agar plates were picked at random and passed onto fresh plates followed by overnight
incubation at 37°C in a candle jar. Isolates were passaged in this fashion for seven days, then
DNA was isolated and all 10 boxB loci were amplified by PCR and sequenced.

2.4. Measures of genetic diversity and differentiation
Genetic diversity was measured using Simpson's index (Hunter and Gaston, 1988) and the
ke3 estimator of the effective number of types (Nielsen et al., 2003). 95% confidence
intervals (CIs) for these diversity measures were calculated as described previously
(Grundmann et al., 2001; Smyth et al., 2010). Simpson's index provides an estimate of the
probability that two isolates picked at random from the population belong to different types,
1−Σpi

2, and the effective number of types provides an estimate of the number of equally
frequent types that will produce the observed diversity, 1/Σpi

2, where p is the proportion of
isolates of the ith type.
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Genetic structuring of the population was investigated using the frequencies of two sequence
clusters among various geographically- and temporally-defined subpopulations. Cluster
frequencies were estimated directly as the proportion of isolates of a given cluster, p.
Assuming a binomial sampling distribution, the variance of p was calculated as p(1−p)/n,
where n is the number of isolates in the subpopulation. 95% CIs around these cluster
frequencies were calculated as p ± 2√Var(p). Differentiation of the subpopulations was also
investigated using Jost's D (Jost, 2008), which partitions genetic diversity into within and
between subpopulation components using a measure of diversity based on the effective
number of types. Jost's D will be 0 when subpopulations are identical in cluster frequencies
and 1 when subpopulations are completely different in cluster frequencies (i.e. completely
differentiated). The SPADE program (Chao and Shen, 2003) was used to calculate the D
estimator in equation 13 of Jost (Jost, 2008) and to calculate 95% CIs based on bootstrap
resampling with 1,000 replicates. Geographic subpopulations were defined according to the
four US census regions (http://www.census.gov/popest/geographic): west, midwest, south,
northeast. Temporal subpopulations were defined according to pre- and post-licensure of the
first pneumococcal conjugate vaccine in the US: 1986–1999, 2000–2008.

2.5. Measures of linkage disequilibrium
The standardized index of association, IAS, was used as a measure of multilocus linkage
disequilibrium (Haubold and Hudson, 2000). The null hypothesis of linkage equilibrium,
IAS=0, was tested with 1,000 Monte Carlo simulations using the LIAN v3.5 program
(Haubold and Hudson, 2000). Two approaches were used to measure linkage disequilibrium
between pairs of loci. First, the TASSEL v2.0 program (Bradbury et al., 2007) was used to
calculate the classical measures D' (Lewontin et al., 1964) and r2 (Hill and Robertson,
1966). These measures were originally designed to work with genetic systems of low
diversity (i.e. only two alleles at a locus). TASSEL accounts for multiple alleles using an
approach described by Farnir et al. (2000). Secondly, we calculated haplotype homozygosity
as described by Sabatti and Risch (2002). Briefly, this approach compares the complement
of Simpson's index of diversity, which estimates the probability that two random isolates are
identical, Σpi

2, for individual loci and their two-locus haplotypes. With linkage equilibrium,
the product of the identities of individual loci are expected to be equal to their two-locus
haplotype identity. Linkage disequilibrium can be detected through either an excess or
deficit of two-locus haplotype identity. For each pair of loci, A and B, we calculated

where HA is the identity at locus A, HB is the identity at locus B, and HAB is the two-locus
haplotype identity. H will be 0 in linkage equilibrium and greater or less than 0 in linkage
disequilibrium. HR2 is then calculated in a manner analogous to that of r2 as

We used r2 and HR2 as measures of the strength of the association between loci A and B.
Both measures are known to be negatively correlated with the physical distance between loci
in chromosomes that undergo recombination (Jakobsson et al., 2008; Meunier and Eyre-
Walker, 2001). To test the significance of these negative correlations, the ZT v1.1 program
(Bonnet and Van de Peer, 2002) was used to perform Mantel tests with 100,000
permutations. Only variable loci were included in each of the subsets of isolates that were
used to study linkage disequilibrium.
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2.6. Mutation models and phylogenetic analyses
The process of change in repeat array size can be described by two contrasting neutral
mutation models: the infinite alleles model (IAM) and the stepwise mutation model (SMM).
Under the IAM (Kimura and Crow, 1964), a repeat array is equally likely to change by a
number of repeats, so mutations often result in new alleles and size homoplasy is rare. Under
the SMM (Ohta and Kimura, 1973), each mutation results in the gain or loss of single
repeats, so previously exisiting alleles are often recreated and size homoplasy is common.
Between these two extremes is the two-phase model (TPM), which allows a defined amount
of change under both the IAM and SMM (Di Rienzo et al., 1994). 1,000 coalescent
simulations were done with the program BOTTLENECK v1.2 (Cornuet and Luikart, 1997)
to test the standardized difference between the observed diversity (in the sense of Simpson's
index) at boxB loci and that expected under the IAM, SMM, and TPM given the number of
alleles and sample size. Note that locus diversity can be in excess or deficit to that expected
under the different models. In equilibrium populations, roughly equal numbers of loci are
expected to have diversity excesses and deficits, whereas growing populations and
populations with recently imported alleles are expected to have diversity deficits given their
(higher) number of alleles (Luikart et al., 1998).

The mutation model with the best fit to the observed diversity at boxB loci subsequently
determined the best choices of genetic distance coefficients to be used in phylogenetic
analyses. Trees were constructed with neighbor-joining analysis of p-distances (an IAM
distance) from the combined MLST and MLBT alleles using the PAUP* 4.0b10 program
(Swofford, 2003). Additional trees were constructed with neighbor-joining analysis of DA-
distances (another IAM distance) from MLBT alleles using the POPTREE2 program
(Takezaki et al., 2010). The robustness of tree topologies were evaluated with 1,000
bootstrap replicates. The goeBURST algorithm (Francisco et al., 2009) was also used to
cluster the isolates.

2.7. Other statistical analyses
Two-tailed, non-parametric tests for correlation and for differences in median were done
using the InStat v3.1 program (GraphPad Software).

2.8. Nucleotide sequence accession numbers
Each of the 44 unique boxB repeat sequences were submitted to GenBank with accession
numbers JF705882-JF705925.

3. Results
3.1. Epidemiological validation of MLBT

Based on MLST, the Texas, Maryland, and Alaska outbreak isolates were ST218, and the
California outbreak isolates were ST220 (Table 1). These STs differ at one of the seven
MLST loci, spi. Based on MLBT, the Texas outbreak isolates were BT4, the California
outbreak isolates were BT2, the Alaska outbreak isolates were BT5, and the Maryland
outbreak isolates were BT6 with the exception of a single BT15 isolate that had an
additional b5 repeat in locus B34 (Table 1). The average number of pairwise boxB locus
differences (±SD) was 0.056 (±0.232) when isolates from the same outbreak were compared
versus 5.30 (±2.60) when isolates from the different outbreaks were compared. Thus, MLBT
clearly identified isolates of the same outbreak and clearly distinguished between the
different outbreaks.

The 28 outbreak isolates were compared with 175 surveillance isolates of the same serotype
and clonal complex. BT4 and BT6 from the older Texas and Maryland outbreaks were
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unique in the sample (Table S1). The single BT15 isolate from the Maryland outbreak
matched a surveillance isolate from Spain from 2006. BT2 from the California outbreak
matched seven surveillance isolates from six US states collected between 1996 and 2005.
BT5 from the Alaska outbreak matched four surveillance isolates from Alaska and
California collected between 1995 and 2004. These results suggested hidden
epidemiological links between outbreak and certain surveillance cases. The average number
of pairwise boxB locus differences (±SD) was 5.45 (2.38) when outbreak isolates were
compared with surveillance isolates. These results indicated that isolates from the different
outbreaks were generally as different from each other as they were to surveillance isolates,
with the noted exceptions.

A representative isolate of each unique BT from the outbreaks along with all surveillance
isolates made a less-biased sample of 180 isolates for subsequent study of diversity and
population structure. From this sample, MLST identified 5 STs, MLBT identified 86 BTs,
and no additional discrimination was provided by combining data from the two typing
schemes. Simpson's index of diversity (95% CI) was 0.624 (0.587, 0.660) for MLST and
0.973 (0.961, 0.984) for MLBT. The effective number of types (95% CI) was 2.66 (2.50,
2.82) for MLST and 36.45 (24.09, 48.81) for MLBT. By both measures of diversity, MLBT
had significantly greater discriminatory ability than MLST.

The 10 boxB loci used for MLBT were stable during limited passage in the laboratory;
isolates passaged on solid media for seven days did not produce any changes in these loci.
Thus, stability tests done over longer periods of time or done with higher cell densities
would be needed to observe in vitro changes in boxB. In addition, no differences were
observed between the boxB sequences from the partial genome sequence of 12F strain
CDC0288-04 and the sequences from our stock of this strain. Finally, some BTs were stable
enough in natural populations to be collected from multiple continents over a period of a
decade (e.g. BT15). Taken together, the above results validated the MLBT scheme for
pneumococcal outbreak investigations.

3.2. Characteristics of boxB minisatellite diversity
An understanding of the diversity exhibited by molecular markers can inform the
interpretative criteria used to assess epidemiological relationships. The number of alleles
identified at different boxB loci ranged from 3 to 19 (Table 2). Across loci, the initial
number of alleles ascertained among the six discovery isolates tended to be positively
correlated with the final number of alleles found among all isolates (Spearman's r=0.622,
P=0.060). Loci starting with 1 or 2 alleles among discovery isolates ended with 3 to 6 alleles
among all isolates, whereas loci starting with 3 or 4 alleles among discovery isolates ended
with 6 to 19 alleles among all isolates (Table 2). Moreover, maximum and average repeat
array sizes tended to be positively correlated with diversity across loci (Spearman's r=0.796
and r=0.636, P=0.009 and P=0.054, respectively). Since Simpson's index and the effective
number of types ranked the diversity of these loci in the same order, the above correlations
were the same for both measures of diversity. Thus, loci with longer repeat arrays tended to
yield more diversity.

A total of 44 unique boxB repeat sequences were identified (Table 3). Most loci contained
private sets of repeat sequences: 38 of 44 repeats were unique to single loci and 6 of 44
repeats were found at multiple loci. Repeats b16, b5, and b7 were all found at multiple loci
and were among the most similar to the consensus repeat (Table 3).

Concern about size homoplasy was one reason for sequencing these boxB loci rather than
scoring their repeat array sizes electrophoretically as done for conventional MLVA. If repeat
array sizes had been scored perfectly by electrophoresis (as determined from their
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sequences), 51 different alleles would have been identified. By sequencing, 100 different
alleles were identified, indicating that nearly half of these alleles might have been
misclassified by conventional MLVA.

To better characterize the processes underlying the genetic variation at these boxB loci, the
observed diversity was compared with that expected under different mutation models. The
infinite alleles model (IAM) best fit the observed diversity at seven boxB loci, whereas the
two-phase model (TPM) best fit the diversity at two loci and the stepwise mutation model
(SMM) best fit the diversity at one locus (Table 4). Of note, the SMM was rejected at the
P<0.05 level for seven loci and at the highly stringent Bonferroni P<0.005 level for four
loci. While the diversity at loci B31 and B4 best fit the IAM, all three models were a poor fit
for these two loci (Table 4). The coalescent simulations assume an equilibrium population
with no recombination, and a violation of these assumptions may impact model fit.
Nonetheless, these results underscored the complicated dynamics of minisatellites. They
also provided optimism for use of boxB sequences to unravel 12F, CC218 population
structure because the overall best fit of their diversity to the IAM predicts lower levels of
size homoplasy than would be the case had their diversity best fit the SMM.

3.3. A large region of linkage disequilibrium in the chromosome
The degree to which recombination has broken down allelic associations within bacterial
chromosomes is a defining characteristic of bacterial population structure (Maynard Smith et
al., 1993). Significant multilocus linkage disequilibrium was detected among the 13 variable
MLST and MLBT loci when all 180 isolates were examined (IAS=0.255, P<0.001) and when
single isolates of each of the 86 unique haplotypes were examined (IAS=0.228, P<.001).
Such results are typically interpreted to indicate either a relatively clonal population that has
rarely undergone recombination or a cryptically subdivided population where recombination
is more frequent within subpopulations than between subpopulations (Maynard Smith et al.,
1993). Since recombination needs to be about 20 times more common than mutation for IA
to reflect random associations of alleles at different loci (Maynard Smith, 1994), bacterial
populations can undergo much recombination yet still reflect linkage disequilibrium by IA.

This possibility was investigated by measuring the association between pairwise
disequilibrium and the physical distance between loci in the chromosome. Based on
TASSEL's approach for dealing with multiple alleles (Farnir et al., 2000), the classical
measure r2 was negatively correlated with the physical distance between loci (Mantel test,
r=−0.238, P=0.044) (Fig. 1A), whereas the classical measure D' was not (Mantel test, r=
−0.024, P=0.420). These same patterns were found when alleles at each locus were recoded
to include only two allele classes, including a class with the most frequent allele and a class
with all other alleles lumped together (not shown). The negative correlation observed
between r2 and the physical distance between loci is a hallmark of recombination (Meunier
and Eyre-Walker, 2001).

We also used a more recently introduced measure of linkage disequilibrium called haplotype
homozygosity (Sabatti and Risch, 2002). This measure treats multiple alleles in the same
fashion as Simpson's index of diversity, by downweighting rare alleles. As shown in Fig.
1A, HR2 was also negatively correlated with the physical distance between loci (Mantel test,
r=−0.271, P=0.026). Surprisingly, 14 of 15 pairs of loci with the strongest associations (HR2

>0.25) mapped to one large region of the chromosome (Fig. 1B). This pattern was also
observed with r2 and cannot be explained by more or less diverse loci localizing to this
region; Mann-Whitney U-test of median Simpson's diversity for the nine loci between B39
and B12 versus the remaining four loci was 15.0, P=0.711. Thus, these results highlighted
one large region of the chromosome as having unusual patterns of variation in this
population.
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3.4. Genetic structure of the population
A neighbor-joining analysis of MLST and MLBT alleles (Fig. 2), as well as a separate
neighbor-joining analysis of MLBT alleles and a goeBURST analysis of combined data (not
shown), identified two major sequence clusters. One major cluster had 60% bootstrap
support and was mostly composed of ST218 isolates (Fig. 2, bottom). A robust subcluster,
composed of ST3523 isolates from Australia, nested within the ST218 cluster with 96%
bootstrap support. The other major cluster had 67% bootstrap support and was mostly
composed of ST220 isolates, along with several intermediate ST218 isolates (Fig. 2, top).
Branching between the two major clusters were two ST221 isolates from Hungary.
Subsequent analyses were restricted to the clusters themselves, due to the poor bootstrap
support for most of the fine-scale branching structure within the clusters.

Interestingly, the ST3523 isolates from Australia differed by an average (±SD) of 0.443
(±0.758) boxB loci, indicating that they were within the range of variation that defined 12F
outbreaks. These isolates were collected from Queensland and the Northern Territory
between 1994 and 2005 and they likely include representatives from a 1993–1994 outbreak
in the Alice Springs region of the Northern Territory (Gratten et al., 1995). These results
pointed to ongoing transmission of closely related strains in Australia.

Further study of the geographic distribution of isolates revealed that 34 of 40 non-US
isolates belonged to the ST218 cluster. Moreover, significant differences were detected in
the distribution of the ST218 and ST220 clusters among the four US census regions (Fig.
3A). In particular, western US isolates were predominantly from the ST218 cluster, whereas
isolates from the three more easterly US regions were predominately from the ST220
cluster. An overall non-zero Jost's D (95% CI) of 0.184 (0.059, 0.309) confirmed the
differentiation of the two sequence clusters according to the four US census regions and, in
pairwise geographic comparisons, the western region was significantly different from each
of the three more easterly regions. Significant differences were also detected in the temporal
distribution of the ST218 and ST220 clusters (Fig. 3B). In particular, pre-conjugate vaccine
US isolates were predominantly from the ST218 cluster, whereas post-conjugate vaccine US
isolates were predominantly from the ST220 cluster. Again, a non-zero Jost's D (95% CI) of
0.325 (0.111, 0.539) confirmed the differentiation of the two sequence clusters with respect
to vaccine licensure date. In summary, these results revealed that the 12F, CC218 population
was structured in space and time.

Several other characteristics distinguished between the ST218 and ST220 sequence clusters.
The ST220 cluster was significantly more diverse in haplotypes than the ST218 cluster, both
by Simpson's index and by the effective number of types (Table 5). Multilocus linkage
disequilibrium was not detected in the ST220 cluster but it was highly significant in the
ST218 cluster, both for all isolates and for single examples of each haplotype (Table 5).
Finally, the ST220 cluster had substantial deficits of boxB diversity compared to neutral
expectations, whereas the boxB diversity of the ST218 cluster was more consistent with that
of an equilibrium population (Table 5). These data strongly suggested that these two
sequence clusters had different population dynamics.

4. Discussion
Epidemiological studies indicate that conjugate vaccines are having a major impact on
pneumococcal populations; serotypes covered by the vaccines are facing extinction, whereas
non-vaccine serotypes are facing opportunities for expansion. Serotype 12F is a
hyperinvasive, non-vaccine serotype (Sleeman et al., 2006) with an ability to cause
outbreaks of invasive disease (CDC, 2005; Cherian et al., 1994; Hoge et al., 1994; Lee et al.,
2005). Even in human populations without recognized 12F outbreaks, 12F isolates have
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been reported to be overrepresented from invasive disease in comparison to asymptomatic
colonization (Kronenberg et al., 2006; Michel et al., 2005; Saha et al., 1997; Sandgren et al.,
2004; Shouval et al., 2006; Sleeman et al., 2006). Like most potential replacement serotypes,
the population structure of serotype 12F pneumococci has been largely unexplored. The goal
of this study was to reveal the population structure within a single MLST-defined clonal
complex of 12F pneumococci that has been a persistent cause of outbreaks in the US over
the past two decades.

Tools for studying genetic relationships of pathogenic bacteria have dramatically improved
over the last decade. MLVA typing schemes can be highly discriminatory (Vergnaud and
Pourcel, 2009), and one such scheme has been useful for confirming relatedness of
pneumococcal outbreak isolates of serotypes 1 (Yaro et al., 2006) and 5 (Pichon et al.,
2010). However, size homoplasy in MLVA data is not ideal for certain population genetics
applications, though this shortcoming might be somewhat offset by typing large numbers of
loci (Estoup et al., 2002). Here, 10 boxB minisatellite loci were incorporated into a
multilocus boxB sequence typing (MLBT) scheme that proved to have multiple uses.
Sequences from these minisatellites distinguished each of the most recent US 12F, CC218
outbreaks from each other, yet they remained stable during limited passage in the laboratory;
thus, we conclude that these minisatellites meet the standards of a valid molecular
epidemiological marker (Riley, 2004).

The higher levels of diversity detected by MLBT compared to MLST were possible
consequences of both our ascertainment procedure of selecting variable boxB loci and higher
mutation rates of some boxB loci. It has been suggested previously that microsatellites (i.e.
tandem repeats of ~10 bp or shorter) from human populations may evolve so rapidly that
they can overcome ascertainment bias in diversity measures (Rogers and Jorde, 1996). Like
their eukaryotic counterparts, microsatellites from bacterial populations can be of different
mutation rates and they generally display a positive correlation between repeat array size
and diversity (Farlow et al., 2002; Vogler et al., 2006). Minisatellites (i.e. tandem repeats of
~10–100 bp) are subject to complicated dynamics and need to be evaluated on a locus-by-
locus basis (Supply et al., 2000). Our results showed that the amount of boxB minisatellite
diversity among discovery isolates tended to be positively correlated with diversity in the
final sample, and they confirmed the expected relationship of more repeats yielding more
diversity. Potential biological explanations for these observations include a higher likelihood
of DNA polymerase slippage or recombination for longer repeat arrays.

We observed that several boxB repeat sequences similar to the consensus sequence occurred
at multiple loci. It is possible that these repeats are more mobilizable, or they are older
repeats that represent the founders of different boxB loci, or they originated independently at
different loci. These particular repeats might also provide BOX elements with optimal
structure/function. It is known that the repeat array configuration of BOX elements can
impact expression of downstream genes, with longer boxB repeat arrays reducing expression
(Knutsen et al., 2006). Some BOX elements that are extensions to the 5' or 3' regions of
operons appear to be transcribed (Croucher et al., 2011). Thus, boxB polymorphisms might
not be entirely neutral from an evolutionary viewpoint.

Multilocus linkage disequilibrium was strong, indicating a relatively clonal population or a
cryptically subdivided population (Maynard Smith et al., 1993). However, using r2 and HR2,
a negative correlation was observed between pairwise linkage disequilibrium and the
physical distance between loci, whereas no such correlation was observed for D'. These
results are consistent with the evidence that multilocus measures of linkage disequilibrium
do not reveal the full extent of recombination in bacterial populations (Maynard Smith,
1994) and that r2 is a more sensitive test for recombination than D' (Meunier and Eyre-
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Walker, 2001). These results also indicated that the newer measure, HR2, provides a useful
test for recombination in bacterial populations.

Another interesting observation was that most loci with the strongest pairwise linkage
disequilibrium mapped to one large region of the chromosome. Our previous work had
pointed to recombinations that included the pspA locus in 12F outbreak strains (Robinson et
al., 1999), and we note that pspA maps to this region of the chromosome (Fig. 1B).
Recombination in pneumococci may tend to introduce multiple fragments of 13 to 28 kb of
donor DNA into the recipient's chromosome in vivo (Hiller et al., 2010), so there could be
several recombinations throughout this large region. One possible explanation for the
existence of linkage disequilibrium despite the previous evidence for recombination in this
region involves selective sweeps at one or more loci in this region. If the 12F polysaccharide
itself is a primary determinant for the hyperinvasive character of these strains, a selective
sweep centered on the capsule locus would be feasible; the capsule locus also maps to this
region of the chromosome (Fig. 1B). However, selective sweeps will not likely explain the
pairwise linkage disequilibrium throughout the entire region because it is not accompanied
by lower diversity throughout. Genome sequencing can be used to test the hypothesis that
this region of the chromosome exhibits unusual patterns of variation among these
pneumococci.

The east-west geographic structuring of 12F, CC218 pneumococci in the US was
unexpected. It was reported previously that different clonal complexes of hyperinvasive
serotype 1 had very different global geographic distributions (Brueggemann and Spratt,
2003) but, to our knowledge, our study is the first to demonstrate geographic differentiation
within a single pneumococcal clonal complex or within a single continent. These
phylogeographic patterns may be detectable because of the hyperinvasive character of these
serotypes, which may involve a more transient carriage relative to less virulent serotypes
(Sleeman et al., 2006). The temporal structuring of the population was less surprising.
Nominal increases in the number of clonal complexes expressing 12F polysaccharide were
reported in the US after licensure of the conjugate vaccine (Beall et al., 2006). However, our
results are unique in that they describe a significant temporal shift in the frequency of
sequence clusters within the predominant 12F clonal complex in the US. Taken together,
these results indicate that the MLBT scheme developed here might be useful in identifying
emerging sequence clusters in other pneumococcal clonal complexes.

Highlights

> Hyperinvasive pneumococci not targeted by conjugate vaccines should be
monitored

> We developed a minisatellite sequence typing method to study 12F, CC218
pneumococci

> Hidden population structure was revealed among these hyperinvasive
pneumococci
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Fig. 1.
Analysis of pairwise linkage disequilibrium. A, Relationship between pairwise linkage
disequilibrium using r2 (open circles) and HR2 (black dots) and the physical distance
between loci in the chromosome. B, Chromosomal positions of the 13 variable MLST and
MLBT loci, plus pspA and capsule loci. Coordinates based on TIGR4 genome sequence.
Lines connect the 15 pairs of loci with the strongest pairwise disequilibrium (HR2>0.25).
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Fig. 2.
Sequence clusters within serotype 12F, clonal complex 218 pneumococci. Tree is based on
neighbor-joining analysis of p-distances from the alleles of the 13 variable MLST and
MLBT loci. The 86 haplotypes are named according to ST-BT. Outbreak haplotypes are
identified by asterisks. Numbers on branches are bootstrap proportions >50%. Two major
sequence clusters and one subcluster are highlighted.
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Fig. 3.
Frequencies of two sequence clusters among various geographically- and temporally-defined
subpopulations. The ST218 (grey) and ST220 (white) clusters are defined in Figure 2. A,
Frequencies among the four US census regions. B, Frequencies according to pre- and post-
licensure of the first pneumococcal conjugate vaccine in the US. Black bars indicate 95%
CIs. Numbers in parentheses indicate number of isolates in each subpopulation.
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Table 3

Alignment of all 44 unique boxB repeat sequences among study isolates.

Repeat Sequencea

SNPs
from

consensus
Occurrence of repeat
at the following loci

b16 0 B34,B39

b5 1 B25,B31,B34,B40,B39,B4

b7 1 B25,B40,B39

b67 1 B4

b62 1 B39

b18 2 B40

b12 2 B31

b15 2 B31

b113 2 B4

b99 2 B4

b72 2 B4

b26 2 B12

b8 2 B25

b2 2 B25

b34 2 B39

b71 2 B4

b22 2 B40,B39

b24 2 B39

b25 2 B40

b11 2 B27

b9 2 B27

b17 2 B40

b21 2 B17

b82 3 B12

b1 3 B25

b4 3 B25

b14 3 B31,B39

b107 3 B4

b10 3 B27,B17

b35 3 B27

b19 3 B17

b81 4 B12

b112 4 B12

b29 4 B12
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Repeat Sequencea

SNPs
from

consensus
Occurrence of repeat
at the following loci

b3 4 B25

b20 4 B17

b23 4 B39

b30 5 B12

b108 5 B10

b79 6 B10

b78 6 B10

b77 7 B10

b111 7 B10

b110 7 B10

a
Dots indicate identity with the top sequence.

*
indicates conserved site.
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Table 5

Some genetic characteristics of the ST218 and ST220 sequence clusters.

Characteristic ST218 cluster ST220 cluster

No. isolates 89 89

No. haplotypes 31 54

Diversity of haplotypes (95% CI)

  Simpson's index 0.908 (0.865, 0.947) 0.980 (0.969, 0.991)

  Effective no. of types 10.8 (5.5, 16.2) 49.0 (44.4, 53.5)

Multilocus linkage disequilibrium

   IAS all isolates 0.191, P<0.001 0.016, P=0.097

   IAS haplotypes only 0.075, P<0.001 −0.004, P=0.568

boxB diversity deficit under the IAM 2 of 9 loci 8 of 8 loci
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