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Abstract
Ancient microbial genomes can illuminate pathobiont evolution across millenia, with teeth providing a rich sub-
strate. However, the characterization of prehistoric oral pathobiont diversity is limited. In Europe, only preagricul-
tural genomes have been subject to phylogenetic analysis, with none compared to more recent archaeological 
periods. Here, we report well-preserved microbiomes from two 4,000-year-old teeth from an Irish limestone cave. 
These contained bacteria implicated in periodontitis, as well as Streptococcus mutans, the major cause of caries 
and rare in the ancient genomic record. Despite deriving from the same individual, these teeth produced divergent 
Tannerella forsythia genomes, indicating higher levels of strain diversity in prehistoric populations. We find evidence 
of microbiome dysbiosis, with a disproportionate quantity of S. mutans sequences relative to other oral streptococci. 
This high abundance allowed for metagenomic assembly, resulting in its first reported ancient genome. Phylogenetic 
analysis indicates major postmedieval population expansions for both species, highlighting the inordinate impact of 
recent dietary changes. In T. forsythia, this expansion is associated with the replacement of older lineages, possibly 
reflecting a genome-wide selective sweep. Accordingly, we see dramatic changes in T. forsythia's virulence repertoire 
across this period. S. mutans shows a contrasting pattern, with deeply divergent lineages persisting in modern po-
pulations. This may be due to its highly recombining nature, allowing for maintenance of diversity through selective 
episodes. Nonetheless, an explosion in recent coalescences and significantly shorter branch lengths separating bac-
teriocin-carrying strains indicate major changes in S. mutans demography and function coinciding with sugar popu-
larization during the industrial period.

Key words: ancient pathogen genomics, oral microbiome, microbial evolution, Streptococcus mutans, Tannerella 
forsythia.

Introduction
The oral cavity is the most well-studied aspect of the ancient 
human microbiome, mainly due to the excellent preserva-
tion of DNA in calculus (fossilized dental plaque). 
However, three quarters of published ancient oral metagen-
omes date to within the last 2,500 years, with few full gen-
omes available from prior to the medieval period (Fellows 
Yates et al. 2022). While a small number of much older pre-
agricultural genomes have yielded important insights 
(Fellows Yates et al. 2021), prehistoric diversity and the im-
pact of Holocene dietary transitions are not well character-
ized. Common oral taxa identified in these metagenomes 

include the “red complex” bacteria Tannerella forsythia, 
Treponema denticola, and Porphyromonas gingivalis, which 
are important in the development of periodontitis, a highly 
polymicrobial disease (Socransky et al. 1998). However, an-
other species with a major impact on public health, 
Streptococcus mutans, is not preserved in calculus (Velsko 
et al. 2019), and has no published ancient genomes.

Streptococcus mutans is the primary cause of dental car-
ies (Lemos et al. 2019), and is common in modern oral mi-
crobiomes (Achtman and Zhou 2020). Its lack of 
preservation in ancient microbiomes may be largely due 
to its acidogenic nature; acid degrades DNA and prevents 
plaque mineralization, which is the main substrate used for 
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sampling (Velsko et al. 2019). Its absence may also reflect 
less favorable habitats for S. mutans across most of human 
history. Indeed, metagenomic surveys of ancient and mod-
ern microbiomes suggest that the species only became a 
dominant member of the oral microbiota after the medi-
eval period due to major dietary changes, such as the 
popularization of sugar (Adler et al. 2013; Achtman and 
Zhou 2020). However, another study of modern genomes 
has placed more emphasis on the Neolithic transition as a 
driver of S. mutans proliferation (Cornejo et al. 2013). 
Caries are observed more frequently in the archaeological 
record after the adoption of cereal agriculture, but rise in 
incidence through time with a sharp increase in the Early 
Modern period (Bertilsson et al. 2022).

The relative importance of prehistoric and recent dietary 
transitions in the evolution of red complex bacteria is also 
poorly characterized. Tannerella forsythia is one of the better 
studied species (Warinner et al. 2014; Bravo-Lopez et al. 2020; 
Philips et al. 2020; Honap et al. 2023), with 55 genomes cur-
rently available (supplementary table S1, Supplementary 
Material online). Surveys of preagricultural (Fellows Yates 
et al. 2021) and European medieval diversity (Warinner 
et al. 2014; Philips et al. 2020) have shown no clear temporal 
trends in T. forsythia phylogenetic structure, although func-
tional differences between ancient and modern genomes 
have been observed (Warinner et al. 2014; Philips et al. 
2020). However, these data have not been coanalyzed. 
Here, we shed light on prehistoric oral pathobiont diversity, 
as well as recent changes in these species’ demography and 
functional repertoire, by retrieving the first ancient S. mutans 
genome and two distinct strains of T. forsythia from a single 
Early Bronze Age individual.

Results and Discussion
Ancient Metagenome Reconstruction
Molars from two mandibles found in a natural limestone 
cave at Killuragh, County Limerick, Ireland, were sampled 
for aDNA analysis. These were found to belong to the 
same adult male individual (2,280 to 2,140 cal BC, 
OxA-6748; see supplementary note S2, Supplementary 
Material online for archaeological context). Both teeth 
were sampled twice: from the root (aliquots KGH1-A and 
KGH2-B) and the crown (KGH1-E and KGH2-F) (Fig. 1A). 
The metagenomic profiles of these four samples were as-
sessed (Materials and Methods and supplementary figs. 
S1 and S2, Supplementary Material online) and compared 
with publicly available ancient sequence data from dental 
calculus and teeth (see dataset summary in supplementary 
table S2, Supplementary Material online). We found good 
oral microbiome preservation in both crowns and one root. 
In the case of the KGH1-E crown, SourceTracker2 (Knights 
et al. 2011) identified almost 75% of nonhost reads as de-
riving from the oral microenvironment: a value higher 
than any other tooth analyzed and comparable to that of 
dental calculus (supplementary fig. S1, Supplementary 
Material online). Two of the three members of the red 
complex were identified in both crowns (T. forsythia and 
T. denticola), as well as Fusobacterium nucleatum (another 
species involved in periodontal disease).

One root sample (KGH2-B) yielded an unprecedented 
quantity of S. mutans sequences (supplementary fig. S2, 
Supplementary Material online), showing a relative abun-
dance 7.5 times higher than the next ranked samples: a 
medieval tooth (although realignment to a reference suggests 

A B

Fig. 1. Oral microbiome retrieval from the Early Bronze Age at Killuragh Cave. a) A schematic of sampling for this study. Two teeth were 
sampled—KGH1 (left mandibular second molar) and KGH2 (right mandibular first molar). An aliquot was taken from each root (A and B, 
respectively) and each crown (E and F). b) Normalized relative abundance of 5 common oral pathobionts for ancient teeth, calculus and modern 
microbiome samples (Human Microbiome Project Consortium 2012; Lloyd-Price et al. 2017) and a lab control from our sequencing (see also 
supplementary table S3, Supplementary Material online). Relative abundance is normalized to the highest abundance sample for each taxon 
(S. mutans: 10.6%, KGH2-B; Tr. denticola: 4.5%, CS05; T. forsythia: 30.6%. CS36; P. gingivalis: 13.3%, CS32; F. nucleatum: 8.1%, SRR062298): color 
is scaled within species. Ancient samples are labeled and colored by publication (Skoglund et al. 2014; Warinner et al. 2014; Jones et al. 2015; 
Schiffels et al. 2016; Philips et al. 2017; Mann et al. 2018; Willmann et al. 2018; Velsko et al. 2019; Brunel et al. 2020; Cassidy et al. 2020; 
Fagernäs et al. 2020; Jacobson et al. 2020; Neukamm et al. 2020; Seguin-Orlando et al. 2021; Dulias et al. 2022).
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this is a spurious result) and modern plaque (Fig. 1B, 
supplementary table S3, Supplementary Material online). 
The reasons behind this exceptional preservation are not 
clear, but it is likely that the cool, dry, and alkaline conditions 
of the limestone cave contributed favorably (Bollongino et al. 
2008). Surprisingly, no evidence of dental decay was evident 
on the sampled tooth, although advanced caries were identi-
fied on other disarticulated teeth from the cave (Woodman 
et al. 2017). One possible explanation is that the individual 
had a systemic infection that had entered his bloodstream, 
which could result in the presence of S. mutans in the root 
canal. However, we note that the sample has an oral metage-
nomic signature with virtually no other streptococci present 
(supplementary figs. S1 and S2B, Supplementary Material on-
line). This is consistent with the antagonism seen between 
S. mutans and other streptococcal species in the dental bio-
film (Kreth et al. 2008). High relative abundances of 
S. mutans and a lack of other streptococcal species are an es-
tablished signature of dysbiosis in modern oral microbiomes 
(Banas and Drake 2018; Zheng et al. 2021). Therefore, it is 
most likely that this genome comes from a dysbiotic biofilm 
prior to caries development. We note the species was virtually 
absent from all other ancient samples screened, with the ex-
ception of very low levels in a deeply sequenced Neolithic 
tooth (1H13) and an 18th century tooth with high relative 
abundance but shallow sequencing depth (LM_309_T) 
(Willmann et al. 2018; Seguin-Orlando et al. 2021).

Due to the high relative abundances of S. mutans and 
Tr. denticola, metagenomic assembly could be carried out, 
resulting in high-quality bins (see Materials and Methods 
and supplementary note S3, Supplementary Material
online). In addition, alignment to the T. forsythia reference 
resulted in mean genomic coverages of 5.7× (KGH1-E) and 
1× (KGH2-F) from the two crown samples (see 
supplementary table S10, Supplementary Material online 
for summary alignment statistics). A genotype concordance 
of approximately 93% between these genomes revealed the 
individual harbored different strains of T. forsythia in each 
tooth (see supplementary note S4, Supplementary 
Material online), which were analyzed separately. 
Alignments were also carried out for S. mutans (30.5×) 
and T. denticola (KGH1-E: 25.9×, KGH2-F: 1.95×). The 
T. denticola genomes were found to have high rates of het-
erozygosity (median: 7.7% and 11.3% for noncompetitive 
alignment; 4.1% and 4.6% for competitive alignment, re-
spectively). This is likely due to high treponemal diversity 
in the oral cavity (Zeng et al. 2021). Even higher heterozygos-
ity rates were seen in downloaded ancient datasets, which 
prevented further downstream analysis for this species (see 
supplementary note S5, Supplementary Material online).

T. forsythia: Postmedieval Reduction in Diversity and 
Virulence Acquisition
We assembled a time transect of T. forsythia genomes, 
spanning key archaeological and historical transitions. 
This includes 10 modern genomes, the two genomes 
from Killuragh, as well as 13 ancient genomes 

reconstructed from publicly available data, of which only 
four have been previously subject to phylogenetic and 
functional analysis. With this dataset, we find that T. for-
sythia diversity can be clearly split into preindustrial and 
postindustrial groupings on the basis of both phylogenetic 
structure and the presence of key virulence factors 
(Fig. 2A).

First we subsetted our dataset to maximize sample age 
range and the number of SNPs for analysis (see Materials 
and Methods and supplementary note S1, Supplementary 
Material online). We then demonstrated, using ML trees 
with a dog-derived strain as the outgroup, that a 
Neanderthal strain of T. forsythia forms an outgroup to all 
Homo sapiens strains. Another ML tree was then con-
structed, rooting on the Neanderthal sample, which showed 
strong temporal structure (Fig. 2A). We observed the prehis-
toric strains to be basal to all samples from the medieval per-
iod onwards, and single medieval genome to outgroup 
industrial and modern diversity. To achieve higher resolution 
over the past 1,000 years, we added 5 additional lower cover-
age medieval and industrial genomes to our dataset, and ei-
ther removed all premedieval samples (supplementary figs. 
S13 and S14, Supplementary Material online) or all preme-
dieval samples below 5× coverage (supplementary fig. S15, 
Supplementary Material online). We found all industrial 
and modern samples from the USA, Japan, and Europe to 
form a clade within European medieval diversity in both 
Bayesian and ML trees (supplementary figs. S13 to S15, 
Supplementary Material online). This imbalanced structure 
has been previously seen for phylogenies of pathogens 
sampled from different eras (e.g. Yersinia pestis) (Spyrou 
et al. 2019; Guellil et al. 2020) and suggests repeated lineage 
expansions replacing older diversity. These homogenizing 
events appear to have intensified in recent history, as we 
find that the 2 Killuragh strains from the same mouth are 
more divergent from each other than any pair of postmedie-
val samples (Fig. 2A). Indeed, KGH2-F forms a clade with a 
Neolithic French genome (3,341 to 3,098 cal BC) to the ex-
clusion of KGH1-E, implying a continuation of Neolithic 
T. forsythia diversity into the Bronze Age in Europe.

We also find evidence for a rapid expansion in T. forsythia 
population size beginning approximately 600 years before 
present (Fig. 2B; supplementary fig. S13, Supplementary 
Material online), inferred from Bayesian skyline analyses 
from 2 independent BEAST runs of genomes from the 
medieval period onwards (Materials and Methods). A com-
bination of factors is likely responsible, including changes in 
host demography and population size. We also observe an 
uptake in virulence factors across this time interval (Fig. 2A), 
indicative of a major adaptive episode driven by changes in 
the oral microenvironment. We find medieval and prehis-
toric virulence factor profiles are significantly depleted 
relative to later genomes (Materials and Methods and 
supplementary tables S4 and S5, Supplementary Material
online). This distinction is most pronounced for surface 
layer (S-layer) associated proteins, antigens expressed dur-
ing infection, and genes associated with protease- and 
apoptosis-inducing activity. There are also fewer KLIKK 
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proteases in medieval genomes (previously noted by Philips 
et al. 2020) and prehistoric genomes, although some medi-
eval genomes closely resemble industrial and modern ones 
in their KLIKK protease repertoire. The medieval sample 
G12 also has an S-layer protein profile more similar to mod-
erns, as noted by Warinner et al. (2014), suggesting that cer-
tain functional acquisitions had occurred by this period.

The rapid uptake of new S-layer proteins likely re-
flects changes in oral ecosystem composition over the 
past several 100 years (Adler et al. 2013), as these pro-
teins mediate interactions with other oral microbes. 
Shimotahira et al. (2013) demonstrate that coaggrega-
tion is inhibited in S-layer deficient mutants. S-layer pro-
teins are also key players in the arms race between host 
and pathogen; they are responsible for gingival cell inva-
sion and disease initiation (Sakakibara et al. 2007) and 
are recognized by the adaptive immune system of peri-
odontitis patients (Yoneda et al. 2003). Thus, these 
changes in the virulence repertoire would have had 

wide-reaching impacts on both oral biofilm ecology 
and the host immune response.

S. mutans: Persistence of Prehistoric Diversity and 
Recent Population Expansions
We report here the first ancient S. mutans genome, ana-
lyzed in tandem with a dataset of 410 modern genomes. 
As S. mutans undergoes extensive recombination, these 
data were first filtered to remove inferred recombinant re-
gions using the tool Gubbins (Croucher et al. 2015). 
Bayesian and ML phylogenetic trees reveal that deeply di-
vergent (pre-6,000 BP) lineages exist in modern S. mutans 
populations, a sharp contrast to what we observe in 
T. forsythia. KGH2-B is among the earliest branching 
lineages (median estimated TMRCA with another taxon 
in the tree: 25,736 BP; 95% HPD: 5,804 to 160,951), while 
still falling within modern diversity. We can partition our 
phylogeny into 7 major clades (earliest branchings with 

A

B C

Fig. 2. Tannerella forsythia phylogenetic structure and virulence profiles. a) Maximum likelihood (ML) tree of T. forsythia sequences, using a 
Neanderthal sequence as an outgroup, alongside a matrix showing presence (black) or absence (white) of virulence genes examined by 
Philips et al. (2020), with sample IDs and symbols aligned with their positioning on the ML tree. Colors and shapes reflect time period and con-
tinental region, respectively. Grayed-out sample IDs were excluded from the main tree due to low coverage and are positioned with respect to 
time period. Trees with these additional 3 medieval and 2 industrial samples are shown in supplementary figs. S13 to 15, Supplementary Material
online supporting the temporal structure seen here. Virulence categories are shown along the x axis in different colors. b) Bayesian skyline plot 
from BEAST showing inferred population size over the last 1,500 years, illustrating an exponential increase starting approximately 1,400 CE. 
c) Sampling locations of the genomes included (Europe and North Africa inset).
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>90% posterior support), with the root node dating to 
32,049 BP (95% HPD: 6,615 to 202,100). These dates align 
with the expansion of H. sapiens across the globe; however, 
we cannot preclude these clades originating in the 
Neolithic period, given the wide confidence intervals. We 
also note the lack of African diversity in our dataset 
(supplementary table S6, Supplementary Material online).

Previous work with 56 modern genomes inferred a 
population expansion coinciding with the origin of cereal 
agriculture (Cornejo et al. 2013). The increase in sample 
size, as well as the inclusion of the 4,000-year-old genome 
reported here, indicates that multiple expansions of 
S. mutans lineages occurred after the medieval period. 
The number of coalescences in the tree increases from 
about 4,000 years ago, reaching a peak between 250 and 
750 years ago. Samples coalescing in the last 250 to 1,000 
years tend to group by continental region, while clades 
that have diversified more recently are often restricted 
to 1 country; of the 42 groups that diversified in the past 
250 years, excluding those with samples of unknown origin, 
just 17 have more than 1 country represented 
(supplementary figs. S17 and S18, Supplementary Material
online). This coincides with sugar becoming a large compo-
nent of people's diets from the 18th century onwards, al-
though it initially radiated from domestication centers over 
3,000 years ago (Grivet et al. 2004). High sucrose levels allow 
S. mutans to thrive; it uses sucrose to synthesize glucans, 
which are important in biofilm formation and contribute 
to a low pH, giving this acid-tolerant species an advantage.

A principal factor in S. mutans virulence are mutacins. 
These are bacteriocins (peptide antibiotics) specific to 
S. mutans that allow the species to outcompete other 
streptococci during biofilm formation by inhibiting their 
growth, including the noncariogenic Streptococcus 
gordonii and Streptococcus sanguinis (Merritt and Qi 
2012; Watanabe et al. 2021). Streptococcus mutans is ex-
ceptional within the streptococcal genus for bacteriocin 
production, and it has been hypothesized that mutacins 
are essential for survival (Merritt and Qi 2012). Less than 
7% of our dataset (26 genomes) have no detectable muta-
cins (gene list from Watanabe et al. 2021), including 
KGH2-B and many of the deeply divergent strains that 
group with it (Fig. 3). We find that phylogenetic placement 
informs mutacin profile to an extent. Specifically, mutacin- 
positive strains on average share common ancestors with 
their neighbors significantly more recently than mutacin- 
negative strains (supplementary note S1 and 
supplementary fig. S19, Supplementary Material online). 
This suggests that mutacin acquisition has played a role 
in S. mutans population expansions over the past millen-
nium. Accordingly, S. mutans is one of the only oral taxa 
to show a significant increase in abundance between medi-
eval and modern microbiomes (Adler et al. 2013).

Additional ancient S. mutans genomes would allow the 
timing of mutacin acquisition to be better characterized. 
Although this is the first complete S. mutans genome, low 
quantities of S. mutans have been previously reported, 
including in a French Neolithic tooth (1H13) 

(Seguin-Orlando et al. 2021), for which we reconstruct a 
0.4× genome for the first time. This sample was aligned to 
the pangenome estimated using the 410 modern assemblies 
and KGH2-B. No reads were found covering any of the in-
ferred mutacin genes, a result consistent with these genes 
being few in number or absent entirely in 1H13. This 
conclusion is supported by low coverage simulations (see 
supplementary note S7, supplementary fig. S20 and 
supplementary table S7, Supplementary Material online) 
and is in keeping with our hypothesis that extensive mutacin 
acquisition is a more recent phenomenon. We note that 1 
mutacin gene was observed in another newly constructed 
genome from an 18th century sample (LM_309_T, 0.4×) 
(Willmann et al. 2018).

Conclusion
Adding a temporal dimension to pathogen genomics al-
lows us to better estimate the timing of key evolutionary 
changes, as well as to capture extinct diversity. In this 
study, we have reconstructed ancient genomes for T. for-
sythia and S. mutans, which demonstrate dramatic 
changes in oral pathobiont population dynamics and func-
tional composition in the last 750 years. For both species, 
there is a distinction between postindustrial and earlier 
genomes in terms of virulence factors. This is clearest in 
T. forsythia, where there is a temporal transect of ancient 
genomes: here, preindustrial genomes have a stark differ-
ence in functional repertoire compared to industrial and 
modern genomes. Both the host immune response and in-
teractions with other oral microbes would be impacted by 
these changes. Although there is only 1 ancient S. mutans 
genome (KGH2-B) of sufficient quality to compare with 
the modern dataset, analysis in tandem with phylogenetic 
information implies that the modern mutacin repertoire is 
also a relatively recent acquisition.

Concurrent population expansions were inferred in 
both S. mutans and T. forsythia phylogenies in the postme-
dieval period, but extant S. mutans populations harbor 
much deeper diversity compared to T. forsythia. We hy-
pothesize that this is related to the species’ different sus-
ceptibilities to genome-wide selective sweeps, which are 
more likely to occur when within-population recombin-
ation is low (Bendall et al. 2016). Streptococcus mutans is 
a highly recombining species (Cornejo et al. 2013), allowing 
advantageous variation to be exchanged between popula-
tion members and resulting in gene-specific sweeps. In 
T. forsythia, genome structure is relatively stable and 
small-scale mutation appears to be the major driving force 
of diversification (Endo et al. 2015). This could lead to re-
peated purges in genetic heterogeneity in the population. 
These purges may have intensified in the past several cen-
turies, as evidenced by the loss of diversity in modern and 
industrial populations, relative to prehistoric strains from 
the same Early Bronze Age individual. In general terms, 
higher biodiversity in ecosystems makes them more resili-
ent to perturbations from environmental stressors (e.g. 
dietary changes and colonization by pathogenic bacteria 
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in the case of the oral microbiome). The reduction in 
T. forsythia diversity over time coincides with a general 
loss of oral biodiversity discussed in Adler et al. (2013).

Going forward, denser sampling of ancient microbial po-
pulations may provide new insights into the evolutionary 
mechanisms that underlie bacterial taxon formation, 
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Fig. 3. Streptococcus mutans phylogeny and mutacin profiles. Phylogeny inferred using MCC tree based on median values from independent 
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adaptation and maintenance of diversity, which can vary 
depending on species and environment. Some species 
will be more amenable to dense temporal sampling than 
others. In particular, low levels of S. mutans preservation 
in the ancient DNA record may pose a significant challenge. 
Targeted capture of genes of interest (e.g. mutacins) as well 
as the core genome may provide a solution, but risks losing 
pangenomic diversity. In the case of T. forsythia, which is 
more abundant in the archaeological record, ancient meta-
genomic assemblies in the future may allow for the identi-
fication of hitherto unknown virulence factors in earlier 
strains; our analysis here is limited to the genomic content 
of modern T. forsythia samples, as all the ancient genomes 
are reference-aligned.

Overall, our findings demonstrate the utility of ancient 
genomes in characterizing different modes of pathobiont 
evolution. Temporal resolution of virulence genes can pro-
vide further insight into the shifting selection regimes of 
pathobionts in the human oral microbiome. In addition, 
these results highlight that recent cultural transitions, 
such as the popularization of sugar, are most relevant to 
understanding the shaping of present-day oral pathobiont 
diversity.

Materials and Methods
For detailed descriptions of sampling, sequencing, data 
processing, and analysis, see supplementary note S1, 
Supplementary Material online.

Sampling and Sequencing
Both teeth were cleaned mechanically and exposed to 30 min 
of UV radiation on either side. For each tooth, pulp was re-
moved prior to sampling a section of root (KGH1-A, 
KGH2-B) and crown (KGH1-E, KGH2-F). KGH1-A, KGH2-B, 
and KGH2-F were subject to the same extraction protocol 
as in Cassidy et al. (2020) and described in the extended meth-
ods. The protocol for KGH1-E differed slightly, in that the first 
2 incubations were in an EDTA solution and only lasted 
30 min. Non-USER treated Illumina libraries were created 
for KGH1-A, KGH2-B, and KGH2-F as in Cassidy et al. 
(2020) following the Meyer and Kircher (2010) protocol 
and screened at a low read depth on an Illumina Miseq plat-
form (Trinseq, Trinity College Dublin; 65 bp single-end reads). 
All 4 extracts were treated with USER enzyme and sequencing 
libraries were created as above. KGH1-A, KGH2-B, and 
KGH2-F were sequenced on an Illumina Hiseq 2500 
(Macrogen, 100 bp single-end reads). KGH1-E was screened 
on an Illumina Novaseq 6000 (Biosource, 150 bp paired-end 
reads) and sequenced to a high read depth on an Illumina 
Novaseq 6000 (Trinseq, Trinity College Dublin) with 50 and 
100 bp paired-end reads.

Data Processing
Residual adapters were trimmed from raw sequencing 
reads in FASTQ format using cutadapt v1.2.1 for single-end 
reads and AdapterRemoval v2.2.2 for paired-end reads 

(Martin 2011; Schubert et al. 2016), and paired-end reads 
with more than 11 bp overlapping were collapsed. 
Collapsed reads only were used for downstream analysis. 
Trimmed reads were aligned to the human reference 
hs37d5 using bwa aln with relaxed parameters (Li and 
Durbin 2009), and unaligned reads were converted back 
to FASTQ and used for metagenomic analysis. These files 
were fished for exact index matches, deduplicated with 
prinseq++ (Cantu et al. 2019), and merged to sample level. 
An identical approach was used for downloaded published 
data, without the index matching.

Metagenomic Analysis
Taxonomic profiling was performed using kraken2 (Wood 
et al. 2019), with the NCBI RefSeq database for bacteria, ar-
chaeal and viral sequences, and these assignments were re-
fined using Bracken, with average read length set to 65, and 
threshold set to 100 (Lu et al. 2017). OTU tables were gen-
erated using kraken-biom (Dabdoub 2016). SourceTracker2 
was used to compare taxonomic composition of the an-
cient data with modern microbiome data, soil data, and 
lab controls (Knights et al. 2011).

Metagenomic assembly was carried out on the deeply 
sequenced libraries for KGH1-E and KGH2-B. Contigs 
were assembled from FASTQ files using MEGAHIT (Li 
et al. 2015). Contigs were split to a maximum length of 
10 kB and reads were mapped back to the assembled con-
tigs for binning with CONCOCT (Alneberg et al. 2014). 
Resulting bins were assessed with CheckM and GTDB-Tk 
(Parks et al. 2015; Chaumeil et al. 2019).

S. mutans Pangenome
The S. mutans pangenome was calculated from published 
modern genomes (supplementary table S6, Supplementary 
Material online) and the KGH2-B metagenome-assembled 
genome (MAG) using roary v.3.12.0 (Page et al. 2015). 
Genomes were annotated using PROKKA 1.14.6, using the 
coding sequences annotated in the UA159 assembly as a 
training set (Ajdić et al. 2002; Seemann 2014). Each coding 
sequence in the pangenome was compared with the NCBI 
nr database using diamond blastx (Buchfink et al. 2021), 
and those matching the mutacin sequences in Watanabe 
et al. (2021) were annotated as mutacins.

S. mutans Phylogenetic Analysis
Multiple sequence alignment for modern S. mutans and 
the KGH2-B MAG was carried out with SKA (Split Kmer 
Analysis) with the UA159 sequence as a reference (Harris 
2018). Recombinant regions were filtered with Gubbins 
(Croucher et al. 2015), and any residual identical sequences 
were removed. SNP sites were extracted using snp-sites 
(Page et al. 2016), and were filtered for biallelic sites and 
maximum missingness of 5%, leaving 7,629 variant sites.

IQTree was used to construct a maximum likelihood 
tree, using -m MFP to select the best-fitting model for se-
quence evolution (GTR + F + ASC + R5) and 1,000 rapid 
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bootstraps (Kalyaanamoorthy et al. 2017; Hoang et al. 
2018; Minh et al. 2020).

Bayesian phylogenetic analysis was also carried out 
using BEAST v2.6.7 (Bouckaert et al. 2019). Invariant sites 
were specified in the BEAST XML. The site model was de-
fined with BEAST Model Test, and a Bayesian skyline prior 
and relaxed lognormal clock was used (Drummond et al. 
2005, 2006; Bouckaert and Drummond 2017). Two inde-
pendent runs with 500 million chains and 1 million burnin 
steps converged and were combined using LogCombiner. 
The maximum clade credibility tree was calculated using 
TreeAnnotator from median heights, removing burnin 
trees from the first 10 million chains.

Reference Genome Alignment
FASTQ files were aligned to appropriate reference genomes 
(supplementary table S8, Supplementary Material online) 
using bwa aln with relaxed parameters (-l 165,000 -n 0.01 
-o 2) (Li and Durbin 2009). BAM files were filtered for dupli-
cate reads with Picard MarkDuplicates, mapping quality > 25 
and read length > 34. For USER-treated samples, the base 
quality of the first and last 2 bases was reduced to zero to 
mitigate postmortem damage, which was increased to 5 for 
non-USER-treated samples. Depth and breadth of coverage 
was calculated with qualimap v2.2.1 (Okonechnikov et al. 
2015), and the shape of the edit distance distribution was 
summarized as in the HOPs pipeline (Hübler et al. 2019). 
For T. forsythia, modern genomes were downloaded from 
Genbank as FASTA files. In order to make these comparable 
to ancient alignments, pseudo-reads of length 100 bp and a 
slide of 1 base were generated and aligned to the same refer-
ence as the ancients, as in Philips et al. (2020). These align-
ments were filtered for minimum mapping quality 25.

SNP Ascertainment and Calling: T. forsythia and 
Tr. denticola
SNP sites were ascertained using modern genomes and an-
cient samples with coverage > 2×. Sites were called using 
GATK's UnifedGenotyper in discovery mode, with minimum 
base quality 30 (McKenna et al. 2010). SNPs were filtered for 
coverage within 2 standard deviations of mean genomic 
coverage, and with a hard minimum of 2 reads supporting 
a genotype call. Sites flagged as low quality by GATK were 
also removed. These sites were called in all genomes >1× 
using GATK pileup (McKenna et al. 2010), filtering for base 
quality > 30, mapping quality > 25, read length > 34 and a 
consensus of at least 2 reads. Heterozygosity at these variant 
sites in the pileup was also assessed, as was identity between 
the two Killuragh genomes (see supplementary note S1, 
Supplementary Material online).

T. forsythia Phylogenetic Analysis
ML trees for T. forsythia were constructed with IQTREE 
using sequences with < 40% SNP missingness; this filter 
was relaxed to include GOY005, TAF008 and KGH2-F, as 
well as the dog-derived outgroup OH2617_COT023 for 
initial analyses, with ModelFinder to assess models of 

sequence evolution and 1,000 rapid bootstraps as in 
S. mutans (Kalyaanamoorthy et al. 2017; Hoang et al. 
2018; Minh et al. 2020).

All genomes with >1× mean coverage from the medieval 
period onwards were used to assess the inferred T. forsythia 
expansion using BEASTv2.6.7 (Bouckaert et al. 2019). The 
temporal signal was assessed using maximum likelihood 
trees and TempEst (see supplementary note S1, 
Supplementary Material online) (Rambaut et al. 2016). 
SNP data were filtered for maximum missingness of 5% 
and partitioned to codon positions 1, 2, 3 and noncoding re-
gions. These data were analyzed under a Bayesian skyline 
model with a relaxed lognormal clock with BEASTv2.6.7 
(Bouckaert et al. 2019). bModelTest was used to assess the 
best model for sequence evolution and invariant sites 
were specified in the XML. Two independent runs with 
300 million chains each and a 3 million preburnin step 
were performed. Maximum clade credibility trees and 
Bayesian skyline plots were constructed using a 10% burnin.

T. forsythia Virulence Factors
Bedtools genomecov was used to estimate coverage across 
T. forsythia virulence factors (coordinates from Philips et al. 
(2020) and Quinlan (2014). Reads were re-aligned to the se-
quences KP715369.1 and KP715368.1 for KLIKK proteases 
(Ksiazek et al. 2015), using the same filters and parameters 
as above, as they are poorly assembled in the reference gen-
ome used. Coverage was normalized using mean genomic 
coverage and the length of the interval of interest, and viru-
lence factors were classed as present if >0.5 of the interval 
was covered and coverage was at least 80% of the expected 
coverage or if >0.95 of the interval was covered (see 
supplementary note S1, Supplementary Material online). 
Comparisons between periods were performed using chi 
square tests implemented in the stats package in R (R Core 
Team 2023).

Supplementary Material
Supplementary material is available at Molecular Biology 
and Evolution online.

Acknowledgments
We thank the National Museum of Ireland (Antiquities 
Division) for help with the provision of licences for arch-
aeological sampling; Trinseq for sequencing support; and 
D.G. Bradley, K. Daly, and C. Rossi for their critical reading 
of the manuscript.

Author Contributions
L.M.C. designed this study with input from I.J. L.M.C. and I.J. 
performed laboratory work. I.J. processed and analyzed the 
data with input from L.M.C. P.W. provided samples. P.W., 
M.D., and L.F. provided archaeological context and 

Jackson et al. · https://doi.org/10.1093/molbev/msae017 MBE

8

D
ow

nloaded from
 https://academ

ic.oup.com
/m

be/article/41/3/m
sae017/7617356 by Edinburgh C

ollege O
f Art user on 28 M

arch 2024

http://academic.oup.com/mbe/article-lookup/doi/10.1093/molbev/msae017#supplementary-data
http://academic.oup.com/mbe/article-lookup/doi/10.1093/molbev/msae017#supplementary-data
http://academic.oup.com/mbe/article-lookup/doi/10.1093/molbev/msae017#supplementary-data
http://academic.oup.com/mbe/article-lookup/doi/10.1093/molbev/msae017#supplementary-data
http://academic.oup.com/mbe/article-lookup/doi/10.1093/molbev/msae017#supplementary-data
http://academic.oup.com/mbe/article-lookup/doi/10.1093/molbev/msae017#supplementary-data
http://academic.oup.com/mbe/article-lookup/doi/10.1093/molbev/msae017#supplementary-data


interpretation. I.J. and L.M.C. cowrote the manuscript with 
input from M.D. and L.F.

Funding
This work was funded by a Wellcome Trust Institutional 
Strategic Support Fund and Irish Research Council 
Laureate Award (IRCLA/2022/126) to L.M.C. I.J. was sup-
ported by the Science Foundation Ireland Centre for 
Research Training in Genomics Data Science (Grant 18/ 
CRT/6214).

Conflict of Interest: The authors declare no competing 
interests.

Data Availability
FASTQ files with host reads removed and BAM files 
aligned to S. mutans, T. forsythia, and Tr. denticola are avail-
able from the ENA (accession PRJEB64128). Bioinformatic 
scripts are provided in an external repository hosted 
on github (https://github.com/iseultj/killuragh_analysis_ 
paper) and archived with Zenodo under DOI 10.5281/ze-
nodo.10535406. Intermediate analysis files are also ar-
chived here: https://doi.org/10.5281/zenodo.10024810.

References
Achtman M, Zhou Z. Metagenomics of the modern and historical 

human oral microbiome with phylogenetic studies on 
Streptococcus mutans and Streptococcus sobrinus. Philos Trans 
R Soc Lond B Biol Sci. 2020:375(1812):20190573. https://doi.org/ 
10.1098/rstb.2019.0573.

Adler CJ, Dobney K, Weyrich LS, Kaidonis J, Walker AW, Haak W, 
Bradshaw CJA, Townsend G, Sotysiak A, Alt KW, et al. 
Sequencing ancient calcified dental plaque shows changes in 
oral microbiota with dietary shifts of the Neolithic and 
Industrial revolutions. Nat Genet. 2013:45(4):450–455. https:// 
doi.org/10.1038/ng.2536.

Ajdić D, McShan WM, McLaughlin RE, Savić G, Chang J, Carson MB, 
Primeaux C, Tian R, Kenton S, Jia H, et al. Genome sequence of 
Streptococcus mutans UA159, a cariogenic dental pathogen. 
Proc Natl Acad Sci U S A. 2002:99(22):14434–14439. https:// 
doi.org/10.1073/pnas.172501299.

Allaby RG, Stevens C, Lucas L, Maeda O, Fuller DQ. Geographic mo-
saics and changing rates of cereal domestication. Philos Trans R 
Soc Lond B Biol Sci. 2017:372(1735):20160429. https://doi.org/10. 
1098/rstb.2016.0429.

Alneberg J, Bjarnason BS, de Bruijn I, Schirmer M, Quick J, Ijaz UZ, 
Lahti L, Loman NJ, Andersson AF, Quince C. Binning metage-
nomic contigs by coverage and composition. Nat Methods. 
2014:11(11):1144–1146. https://doi.org/10.1038/nmeth.3103.

Banas JA, Drake DR. Are the mutans streptococci still considered 
relevant to understanding the microbial etiology of dental car-
ies? BMC Oral Health. 2018:18(1):129. https://doi.org/10.1186/ 
s12903-018-0595-2.

Bendall ML, Stevens SL, Chan L-K, Malfatti S, Schwientek P, Tremblay 
J, Schackwitz W, Martin J, Pati A, Bushnell B, et al. Genome-wide 
selective sweeps and gene-specific sweeps in natural bacterial 
populations. ISME J. 2016:10(7):1589–1601. https://doi.org/10. 
1038/ismej.2015.241.

Bertilsson C, Borg E, Sten S, Hessman E, Sjöblom H, Lingström P. 
Prevalence of dental caries in past European populations: a 

systematic review. Caries Res. 2022:56(1):15–28. https://doi.org/ 
10.1159/000522326.

Bollongino R, Tresset A, Vigne J-D. Environment and excavation: pre- 
lab impacts on ancient DNA analyses. C R Palevol. 2008:7(2–3): 
91–98. https://doi.org/10.1016/j.crpv.2008.02.002.

Bouckaert RR, Drummond AJ. bModelTest: Bayesian phylogenetic 
site model averaging and model comparison. BMC Evol Biol. 
2017:17(1):42. https://doi.org/10.1186/s12862-017-0890-6.

Bouckaert R, Vaughan TG, Barido-Sottani J, Duchêne S, Fourment M, 
Gavryushkina A, Heled J, Jones G, Kühnert D, De Maio N, et al. 
BEAST 2.5: an advanced software platform for Bayesian evolu-
tionary analysis. PLoS Comput Biol. 2019:15(4):e1006650. 
https://doi.org/10.1371/journal.pcbi.1006650.

Bravo-Lopez M, Villa-Islas V, Rocha Arriaga C, Villaseñor-Altamirano 
AB, Guzmán-Solís A, Sandoval-Velasco M, Wesp JK, Alcantara K, 
López-Corral A, Gómez-Valdés J, et al. Paleogenomic insights into 
the red complex bacteria Tannerella forsythia in Pre-Hispanic 
and colonial individuals from Mexico. Philos Trans R Soc Lond B 
Biol Sci. 2020:375(1812):20190580. https://doi.org/10.1098/rstb. 
2019.0580.

Brunel S, Bennett EA, Cardin L, Garraud D, Barrand Emam H, Beylier 
A, Boulestin B, Chenal F, Ciesielski E, Convertini F, et al. Ancient 
genomes from present-day France unveil 7,000 years of its 
demographic history. Proc Natl Acad Sci U S A. 2020:117(23): 
12791–12798. https://doi.org/10.1073/pnas.1918034117.

Buchfink B, Reuter K, Drost H-G. Sensitive protein alignments at 
tree-of-life scale using DIAMOND. Nat Methods. 2021:18(4): 
366–368. https://doi.org/10.1038/s41592-021-01101-x.

Cantu VA, Sadural J, Edwards R. PRINSEQ++, a multi-threaded tool 
for fast and efficient quality control and preprocessing of se-
quencing datasets. PeerJ Preprints. 2019:7:e27553v1. https://doi. 
org/10.7287/peerj.preprints.27553v1.

Cassidy LM, Maoldúin RÓ, Kador T, Lynch A, Jones C, Woodman PC, 
Murphy E, Ramsey G, Dowd M, Noonan A, et al. A dynastic elite 
in monumental Neolithic society. Nature. 2020:582(7812): 
384–388. https://doi.org/10.1038/s41586-020-2378-6.

Chaumeil P-A, Mussig AJ, Hugenholtz P, Parks DH. GTDB-Tk: a tool-
kit to classify genomes with the Genome Taxonomy Database. 
Bioinformatics. 2019:36(6):1925–1927. https://doi.org/10.1093/ 
bioinformatics/btz848.

Cornejo OE, Lefébure T, Bitar PD, Lang P, Richards VP, Eilertson K, Do 
T, Beighton D, Zeng L, Ahn S-J, et al. Evolutionary and population 
genomics of the cavity causing bacteria Streptococcus mutans. Mol 
Biol Evol. 2013:30(4):881–893. https://doi.org/10.1093/molbev/ 
mss278.

Croucher NJ, Page AJ, Connor TR, Delaney AJ, Keane JA, Bentley SD, 
Parkhill J, Harris SR. Rapid phylogenetic analysis of large samples 
of recombinant bacterial whole genome sequences using 
Gubbins. Nucleic Acids Res. 2015:43(3):e15. https://doi.org/10. 
1093/nar/gku1196.

Dabdoub SM. kraken-biom: enabling interoperative format conver-
sion for Kraken results. [updated 2016; accessed 2021 May].   
https://github.com/smdabdoub/kraken-biom.

Drummond AJ, Ho SYW, Phillips MJ, Rambaut A. Relaxed phyloge-
netics and dating with confidence. PLoS Biol. 2006:4(5):e88. 
https://doi.org/10.1371/journal.pbio.0040088.

Drummond AJ, Rambaut A, Shapiro B, Pybus OG. Bayesian coales-
cent inference of past population dynamics from molecular se-
quences. Mol Biol Evol. 2005:22(5):1185–1192. https://doi.org/ 
10.1093/molbev/msi103.

Dulias K, Foody MGB, Justeau P, Silva M, Martiniano R, Oteo-García 
G, Fichera A, Rodrigues S, Gandini F, Meynert A, et al. Ancient 
DNA at the edge of the world: continental immigration and 
the persistence of Neolithic male lineages in Bronze Age 
Orkney. Proc Natl Acad Sci U S A. 2022:119(8):e2108001119. 
https://doi.org/10.1073/pnas.2108001119.

Endo A, Watanabe T, Ogata N, Nozawa T, Aikawa C, Arakawa S, 
Maruyama F, Izumi Y, Nakagawa I. Comparative genome analysis 
and identification of competitive and cooperative interactions in 

Ancient Genomes From Bronze Age Remains Reveal Deep Diversity · https://doi.org/10.1093/molbev/msae017 MBE

9

D
ow

nloaded from
 https://academ

ic.oup.com
/m

be/article/41/3/m
sae017/7617356 by Edinburgh C

ollege O
f Art user on 28 M

arch 2024

https://github.com/iseultj/killuragh_analysis_paper
https://github.com/iseultj/killuragh_analysis_paper
https://doi.org/10.5281/zenodo.10024810
https://doi.org/10.1098/rstb.2019.0573
https://doi.org/10.1098/rstb.2019.0573
https://doi.org/10.1038/ng.2536
https://doi.org/10.1038/ng.2536
https://doi.org/10.1073/pnas.172501299
https://doi.org/10.1073/pnas.172501299
https://doi.org/10.1098/rstb.2016.0429
https://doi.org/10.1098/rstb.2016.0429
https://doi.org/10.1038/nmeth.3103
https://doi.org/10.1186/s12903-018-0595-2
https://doi.org/10.1186/s12903-018-0595-2
https://doi.org/10.1038/ismej.2015.241
https://doi.org/10.1038/ismej.2015.241
https://doi.org/10.1159/000522326
https://doi.org/10.1159/000522326
https://doi.org/10.1016/j.crpv.2008.02.002
https://doi.org/10.1186/s12862-017-0890-6
https://doi.org/10.1371/journal.pcbi.1006650
https://doi.org/10.1098/rstb.2019.0580
https://doi.org/10.1098/rstb.2019.0580
https://doi.org/10.1073/pnas.1918034117
https://doi.org/10.1038/s41592-021-01101-x
https://doi.org/10.7287/peerj.preprints.27553v1
https://doi.org/10.7287/peerj.preprints.27553v1
https://doi.org/10.1038/s41586-020-2378-6
https://doi.org/10.1093/bioinformatics/btz848
https://doi.org/10.1093/bioinformatics/btz848
https://doi.org/10.1093/molbev/mss278
https://doi.org/10.1093/molbev/mss278
https://doi.org/10.1093/nar/gku1196
https://doi.org/10.1093/nar/gku1196
https://github.com/smdabdoub/kraken-biom
https://doi.org/10.1371/journal.pbio.0040088
https://doi.org/10.1093/molbev/msi103
https://doi.org/10.1093/molbev/msi103
https://doi.org/10.1073/pnas.2108001119


a polymicrobial disease. ISME J. 2015:9(3):629–642. https://doi. 
org/10.1038/ismej.2014.155.

Fagernäs Z, García-Collado MI, Hendy J, Hofman CA, Speller C, Velsko I, 
Warinner C. A unified protocol for simultaneous extraction of DNA 
and proteins from archaeological dental calculus. J Archaeol Sci. 
2020:118:105135. https://doi.org/10.1016/j.jas.2020.105135.

Fellows Yates JA, Valtueña AA, Vågene ÅJ, Cribdon B, Velsko I, Borry 
M, Heintzman P, Hübner A, Green E, Ramachandran S, et al. 
SPAAM-community/AncientMetagenomeDir: v22.09: Pyu 
Ancient Cities. [updated 2022; accessed 2022 October]. https:// 
zenodo.org/record/7034548.

Fellows Yates JA, Velsko IM, Aron F, Posth C, Hofman CA, Austin RM, 
Parker CE, Mann AE, Nägele K, Arthur KW, et al. The evolution 
and changing ecology of the African hominid oral microbiome. 
Proc Natl Acad Sci U S A. 2021:118(20):e2021655118. https:// 
doi.org/10.1073/pnas.2021655118.

Grivet L, Daniels C, Glaszmann JC, D’Hont A. A review of recent mo-
lecular genetics evidence for sugarcane evolution and domesti-
cation. Ethnobot Res App. 2004:2:009–017. https://doi.org/10. 
17348/era.2.0.9-17.

Guellil M, Kersten O, Namouchi A, Luciani S, Marota I, Arcini CA, 
Iregren E, Lindemann RA, Warfvinge G, Bakanidze L, et al. A gen-
omic and historical synthesis of plague in 18th century Eurasia. 
Proc Natl Acad Sci U S A. 2020:117(45):28328–28335. https:// 
doi.org/10.1073/pnas.2009677117.

Harris SR. SKA: Split Kmer analysis toolkit for bacterial genomic epi-
demiology. bioRxiv 453142. https://doi.org/10.1101/453142, 25 
October 2018, preprint: not peer reviewed.

Hoang DT, Chernomor O, von Haeseler A, Minh BQ, Vinh LS. 
UFBoot2: improving the ultrafast bootstrap approximation. 
Mol Biol Evol. 2018:35(2):518–522. https://doi.org/10.1093/ 
molbev/msx281.

Honap TP, Monroe CR, Johnson SJ, Jacobson DK, Abin CA, Austin RM, 
Sandberg P, Levine M, Sankaranarayanan K, Lewis CM Jr. Oral me-
tagenomes from Native American Ancestors reveal distinct micro-
bial lineages in the pre-contact era. Am J Biol Anthropol. 
2023:182(4):542–556. https://doi.org/10.1002/ajpa.24735.

Hübler R, Key FM, Warinner C, Bos KI, Krause J, Herbig A. HOPS: 
automated detection and authentication of pathogen DNA in 
archaeological remains. Genome Biol. 2019:20(1):280. https:// 
doi.org/10.1186/s13059-019-1903-0.

Human Microbiome Project Consortium. Structure, function and di-
versity of the healthy human microbiome. Nature. 
2012:486(7402):207–214. https://doi.org/10.1038/nature11234.

Jacobson DK, Honap TP, Monroe C, Lund J, Houk BA, Novotny AC, 
Robin C, Marini E, Lewis CM Jr. Functional diversity of microbial 
ecologies estimated from ancient human coprolites and dental 
calculus. Philos Trans R Soc Lond B Biol Sci. 2020:375(1812): 
20190586. https://doi.org/10.1098/rstb.2019.0586.

Jones ER, Gonzalez-Fortes G, Connell S, Siska V, Eriksson A, 
Martiniano R, McLaughlin RL, Gallego Llorente M, Cassidy LM, 
Gamba C, et al. Upper Palaeolithic genomes reveal deep roots 
of modern Eurasians. Nat Commun. 2015:6(1):8912. https://doi. 
org/10.1038/ncomms9912.

Kalyaanamoorthy S, Minh BQ, Wong TKF, von Haeseler A, Jermiin LS. 
ModelFinder: fast model selection for accurate phylogenetic es-
timates. Nat Methods. 2017:14(6):587–589. https://doi.org/10. 
1038/nmeth.4285.

Knights D, Kuczynski J, Charlson ES, Zaneveld J, Mozer MC, Collman 
RG, Bushman FD, Knight R, Kelley ST. Bayesian community-wide 
culture-independent microbial source tracking. Nat Methods. 
2011:8(9):761–765. https://doi.org/10.1038/nmeth.1650.

Kreth J, Zhang Y, Herzberg MC. Streptococcal antagonism in oral 
biofilms: Streptococcus sanguinis and Streptococcus gordonii 
interference with Streptococcus mutans. J Bacteriol. 
2008:190(13):4632–4640. https://doi.org/10.1128/JB.00276-08.

Ksiazek M, Mizgalska D, Eick S, Thøgersen IB, Enghild JJ, Potempa J. 
KLIKK proteases of Tannerella forsythia: putative virulence 

factors with a unique domain structure. Front Microbiol. 
2015:6:312. https://doi.org/10.3389/fmicb.2015.00312.

Lemos JA, Palmer SR, Zeng L, Wen ZT, Kajfasz JK, Freires IA, 
Abranches J, Brady LJ. The biology of Streptococcus mutans. 
Microbiol Spectr. 2019:7(1). 10.1128/microbiolspec.GPP3-0051- 
2018. https://doi.org/10.1128/microbiolspec.GPP3-0051-2018.

Li H, Durbin R. Fast and accurate short read alignment with 
Burrows-Wheeler transform. Bioinformatics. 2009:25(14): 
1754–1760. https://doi.org/10.1093/bioinformatics/btp324.

Li D, Liu C-M, Luo R, Sadakane K, Lam T-W. MEGAHIT: an ultra-fast 
single-node solution for large and complex metagenomics as-
sembly via succinct de Bruijn graph. Bioinformatics. 
2015:31(10):1674–1676. https://doi.org/10.1093/bioinformatics/ 
btv033.

Lloyd-Price J, Mahurkar A, Rahnavard G, Crabtree J, Orvis J, Hall AB, 
Brady A, Creasy HH, McCracken C, Giglio MG, et al. Strains, func-
tions and dynamics in the expanded Human Microbiome 
Project. Nature. 2017:550(7674):61–66. https://doi.org/10.1038/ 
nature23889.

Lu J, Breitwieser FP, Thielen P, Salzberg SL. Bracken: estimating spe-
cies abundance in metagenomics data. PeerJ Comput Sci. 2017:3: 
e104. https://doi.org/10.7717/peerj-cs.104.

Mann AE, Sabin S, Ziesemer K, Vågene ÅJ, Schroeder H, Ozga AT, 
Sankaranarayanan K, Hofman CA, Fellows Yates JA, 
Salazar-García DC, et al. Differential preservation of endogenous 
human and microbial DNA in dental calculus and dentin. Sci Rep. 
2018:8(1):9822. https://doi.org/10.1038/s41598-018-28091-9.

Martin M. Cutadapt removes adapter sequences from high- 
throughput sequencing reads. EMBnet J. 2011:17(1):10. https:// 
doi.org/10.14806/ej.17.1.200.

McKenna A, Hanna M, Banks E, Sivachenko A, Cibulskis K, Kernytsky 
A, Garimella K, Altshuler D, Gabriel S, Daly M, et al. The genome 
analysis toolkit: a MapReduce framework for analyzing next- 
generation DNA sequencing data. Genome Res. 2010:20(9): 
1297–1303. https://doi.org/10.1101/gr.107524.110.

Merritt J, Qi F. The mutacins of Streptococcus mutans: regulation and 
ecology. Mol Oral Microbiol. 2012:27(2):57–69. https://doi.org/ 
10.1111/j.2041-1014.2011.00634.x.

Meyer M, Kircher M. Illumina sequencing library preparation for 
highly multiplexed target capture and sequencing. Cold Spring 
Harb Protoc. 2010:5(6):pdb.prot5448. https://doi.org/10.1101/ 
pdb.prot5448.

Minh BQ, Schmidt HA, Chernomor O, Schrempf D, Woodhams MD, 
von Haeseler A, Lanfear R. IQ-TREE 2: new models and efficient 
methods for phylogenetic inference in the genomic era. Mol Biol 
Evol. 2020:37(5):1530–1534. https://doi.org/10.1093/molbev/ 
msaa015.

Neukamm J, Pfrengle S, Molak M, Seitz A, Francken M, Eppenberger 
P, Avanzi C, Reiter E, Urban C, Welte B, et al. 2000-year-old 
pathogen genomes reconstructed from metagenomic analysis 
of Egyptian mummified individuals. BMC Biol. 2020:18(1):108. 
https://doi.org/10.1186/s12915-020-00839-8.

Okonechnikov K, Conesa A, García-Alcalde F. Qualimap 2: advanced 
multi-sample quality control for high-throughput sequencing 
data. Bioinformatics. 2015:32(2):292–294. https://doi.org/10. 
1093/bioinformatics/btv566.

Page AJ, Cummins CA, Hunt M, Wong VK, Reuter S, Holden MTG, 
Fookes M, Falush D, Keane JA, Parkhill J. Roary: rapid large-scale 
prokaryote pan genome analysis. Bioinformatics. 2015:31(22): 
3691–3693. https://doi.org/10.1093/bioinformatics/btv421.

Page AJ, Taylor B, Delaney AJ, Soares J, Seemann T, Keane JA, Harris 
SR. SNP-sites: rapid efficient extraction of SNPs from 
multi-FASTA alignments. Microb Genom. 2016:2(4):e000056. 
https://doi.org/10.1099/mgen.0.000056.

Parks DH, Imelfort M, Skennerton CT, Hugenholtz P, Tyson GW. 
Checkm: assessing the quality of microbial genomes recovered 
from isolates, single cells, and metagenomes. Genome Res. 
2015:25(7):1043–1055. https://doi.org/10.1101/gr.186072.114.

Jackson et al. · https://doi.org/10.1093/molbev/msae017 MBE

10

D
ow

nloaded from
 https://academ

ic.oup.com
/m

be/article/41/3/m
sae017/7617356 by Edinburgh C

ollege O
f Art user on 28 M

arch 2024

https://doi.org/10.1038/ismej.2014.155
https://doi.org/10.1038/ismej.2014.155
https://doi.org/10.1016/j.jas.2020.105135
https://zenodo.org/record/7034548
https://zenodo.org/record/7034548
https://doi.org/10.1073/pnas.2021655118
https://doi.org/10.1073/pnas.2021655118
https://doi.org/10.17348/era.2.0.9-17
https://doi.org/10.17348/era.2.0.9-17
https://doi.org/10.1073/pnas.2009677117
https://doi.org/10.1073/pnas.2009677117
https://doi.org/10.1101/453142
https://doi.org/10.1093/molbev/msx281
https://doi.org/10.1093/molbev/msx281
https://doi.org/10.1002/ajpa.24735
https://doi.org/10.1186/s13059-019-1903-0
https://doi.org/10.1186/s13059-019-1903-0
https://doi.org/10.1038/nature11234
https://doi.org/10.1098/rstb.2019.0586
https://doi.org/10.1038/ncomms9912
https://doi.org/10.1038/ncomms9912
https://doi.org/10.1038/nmeth.4285
https://doi.org/10.1038/nmeth.4285
https://doi.org/10.1038/nmeth.1650
https://doi.org/10.1128/JB.00276-08
https://doi.org/10.3389/fmicb.2015.00312
https://doi.org/10.1128/microbiolspec.GPP3-0051-2018
https://doi.org/10.1128/microbiolspec.GPP3-0051-2018
https://doi.org/10.1128/microbiolspec.GPP3-0051-2018
https://doi.org/10.1093/bioinformatics/btp324
https://doi.org/10.1093/bioinformatics/btv033
https://doi.org/10.1093/bioinformatics/btv033
https://doi.org/10.1038/nature23889
https://doi.org/10.1038/nature23889
https://doi.org/10.7717/peerj-cs.104
https://doi.org/10.1038/s41598-018-28091-9
https://doi.org/10.14806/ej.17.1.200
https://doi.org/10.14806/ej.17.1.200
https://doi.org/10.1101/gr.107524.110
https://doi.org/10.1111/j.2041-1014.2011.00634.x
https://doi.org/10.1111/j.2041-1014.2011.00634.x
https://doi.org/10.1101/pdb.prot5448
https://doi.org/10.1101/pdb.prot5448
https://doi.org/10.1093/molbev/msaa015
https://doi.org/10.1093/molbev/msaa015
https://doi.org/10.1186/s12915-020-00839-8
https://doi.org/10.1093/bioinformatics/btv566
https://doi.org/10.1093/bioinformatics/btv566
https://doi.org/10.1093/bioinformatics/btv421
https://doi.org/10.1099/mgen.0.000056
https://doi.org/10.1101/gr.186072.114


Philips A, Stolarek I, Handschuh L, Nowis K, Juras A, Trzciński D, 
Nowaczewska W, Wrzesińska A, Potempa J, Figlerowicz M. 
Analysis of oral microbiome from fossil human remains revealed 
the significant differences in virulence factors of modern and an-
cient Tannerella forsythia. BMC Genomics. 2020:21(1):402. 
https://doi.org/10.1186/s12864-020-06810-9.

Philips A, Stolarek I, Kuczkowska B, Juras A, Handschuh L, Piontek J, 
Kozlowski P, Figlerowicz M. Comprehensive analysis of micro-
organisms accompanying human archaeological remains. 
Gigascience. 2017:6(7):1–13. https://doi.org/10.1093/ 
gigascience/gix044.

Quinlan AR. BEDTools: the Swiss-army tool for genome feature ana-
lysis. Curr Protoc Bioinformatics. 2014:47(1):11.12.1–34. https:// 
doi.org/10.1002/0471250953.bi1112s47.

Rambaut A, Lam TT, Max Carvalho L, Pybus OG. Exploring the tem-
poral structure of heterochronous sequences using TempEst 
(formerly Path-O-Gen). Virus Evol. 2016:2(1):vew007. https:// 
doi.org/10.1093/ve/vew007.

R Core Team. R: A Language and Environment for Statistical 
Computing. [updated 2023; accessed 2023 February]. https:// 
www.R-project.org.

Sakakibara J, Nagano K, Murakami Y, Higuchi N, Nakamura H, 
Shimozato K, Yoshimura F. Loss of adherence ability to human 
gingival epithelial cells in S-layer protein-deficient mutants of 
Tannerella forsythensis. Microbiology (Reading). 2007:153(Pt 3): 
866–876. https://doi.org/10.1099/mic.0.29275-0.

Schiffels S, Haak W, Paajanen P, Llamas B, Popescu E, Loe L, Clarke R, 
Lyons A, Mortimer R, Sayer D, et al. Iron Age and Anglo-Saxon gen-
omes from East England reveal British migration history. Nat 
Commun. 2016:7(1):10408. https://doi.org/10.1038/ncomms10408.

Schubert M, Lindgreen S, Orlando L. AdapterRemoval v2: rapid 
adapter trimming, identification, and read merging. BMC Res 
Notes. 2016:9(1):88. https://doi.org/10.1186/s13104-016-1900-2.

Seemann T. Prokka: rapid prokaryotic genome annotation. 
Bioinformatics. 2014:30(14):2068–2069. https://doi.org/10.1093/ 
bioinformatics/btu153.

Seguin-Orlando A, Donat R, Der Sarkissian C, Southon J, Thèves C, 
Manen C, Tchérémissinoff Y, Crubézy E, Shapiro B, Deleuze JF, 
et al. Heterogeneous hunter-gatherer and steppe-related ances-
tries in late Neolithic and bell beaker genomes from present-day 
France. Curr Biol. 2021:31(5):1072–1083.e10. https://doi.org/10. 
1016/j.cub.2020.12.015.

Shimotahira N, Oogai Y, Kawada-Matsuo M, Yamada S, Fukutsuji K, 
Nagano K, Yoshimura F, Noguchi K, Komatsuzawa H. The surface 
layer of Tannerella forsythia contributes to serum resistance and 
oral bacterial coaggregation. Infect Immun. 2013:81(4): 
1198–1206. https://doi.org/10.1128/IAI.00983-12.

Skoglund P, Malmström H, Omrak A, Raghavan M, Valdiosera C, 
Günther T, Hall P, Tambets K, Parik J, Sjögren K-G, et al. 
Genomic diversity and admixture differs for Stone-Age 

Scandinavian foragers and farmers. Science. 2014:344(6185): 
747–750. https://doi.org/10.1126/science.1253448.

Socransky SS, Haffajee AD, Cugini MA, Smith C, Kent RL Jr. Microbial 
complexes in subgingival plaque. J Clin Periodontol. 1998:25(2): 
134–144. https://doi.org/10.1111/j.1600-051X.1998.tb02419.x.

Spyrou MA, Keller M, Tukhbatova RI, Scheib CL, Nelson EA, 
Andrades Valtueña A, Neumann GU, Walker D, Alterauge A, 
Carty N, et al. Phylogeography of the second plague pandemic 
revealed through analysis of historical Yersinia pestis genomes. 
Nat Commun. 2019:10(1):4470. https://doi.org/10.1038/s41467- 
019-12154-0.

Velsko IM, Fellows Yates JA, Aron F, Hagan RW, Frantz LAF, Loe L, 
Martinez JBR, Chaves E, Gosden C, Larson G, et al. Microbial dif-
ferences between dental plaque and historic dental calculus are 
related to oral biofilm maturation stage. Microbiome. 2019:7(1): 
102. https://doi.org/10.1186/s40168-019-0717-3.

Warinner C, Rodrigues JFM, Vyas R, Trachsel C, Shved N, Grossmann 
J, Radini A, Hancock Y, Tito RY, Fiddyment S, et al. Pathogens and 
host immunity in the ancient human oral cavity. Nat Genet. 
2014:46(4):336–344. https://doi.org/10.1038/ng.2906.

Watanabe A, Kawada-Matsuo M, Le MN-T, Hisatsune J, Oogai Y, 
Nakano Y, Nakata M, Miyawaki S, Sugai M, Komatsuzawa H. 
Comprehensive analysis of bacteriocins in Streptococcus mutans. 
Sci Rep. 2021:11(1):12963. https://doi.org/10.1038/s41598-021- 
92370-1.

Willmann C, Mata X, Hanghoej K, Tonasso L, Tisseyre L, Jeziorski C, 
Cabot E, Chevet P, Crubézy E, Orlando L, et al. Oral health status 
in historic population: macroscopic and metagenomic evidence. 
PLoS One. 2018:13(5):e0196482. https://doi.org/10.1371/journal. 
pone.0196482.

Wood DE, Lu J, Langmead B. Improved metagenomic analysis with 
kraken 2. Genome Biol. 2019:20(1):257. https://doi.org/10.1186/ 
s13059-019-1891-0.

Woodman P, Dowd M, Fibiger L, Carden RF. Archaeological excava-
tions at Killuragh Cave, Co. Limerick: a persistent place in the 
landscape from the Early Mesolithic to the Late Bronze Age. 
J Ir Archaeol. 2017:26:1–32. https://www.jstor.org/stable/ 
26564119.

Yoneda M, Hirofuji T, Motooka N, Nozoe K, Shigenaga K, Anan H, 
Miura M, Kabashima H, Matsumoto A, Maeda K. Humoral im-
mune responses to S-layer-like proteins of bacteroides forsythus. 
Clin Vaccine Immunol. 2003:10(3):383–387. https://doi.org/10. 
1128/CDLI.10.3.383-387.2003.

Zeng H, Chan Y, Gao W, Leung WK, Watt RM. Diversity of 
Treponema denticola and other oral treponeme lineages in sub-
jects with periodontitis and gingivitis. Microbiol Spectr. 2021:9(2): 
e0070121. https://doi.org/10.1128/Spectrum.00701-21.

Zheng H, Xie T, Li S, Qiao X, Lu Y, Feng Y. Analysis of oral microbial 
dysbiosis associated with early childhood caries. BMC Oral Health. 
2021:21(1):181. https://doi.org/10.1186/s12903-021-01543-x.

Ancient Genomes From Bronze Age Remains Reveal Deep Diversity · https://doi.org/10.1093/molbev/msae017 MBE

11

D
ow

nloaded from
 https://academ

ic.oup.com
/m

be/article/41/3/m
sae017/7617356 by Edinburgh C

ollege O
f Art user on 28 M

arch 2024

https://doi.org/10.1186/s12864-020-06810-9
https://doi.org/10.1093/gigascience/gix044
https://doi.org/10.1093/gigascience/gix044
https://doi.org/10.1002/0471250953.bi1112s47
https://doi.org/10.1002/0471250953.bi1112s47
https://doi.org/10.1093/ve/vew007
https://doi.org/10.1093/ve/vew007
https://doi.org/10.1099/mic.0.29275-0
https://doi.org/10.1038/ncomms10408
https://doi.org/10.1186/s13104-016-1900-2
https://doi.org/10.1093/bioinformatics/btu153
https://doi.org/10.1093/bioinformatics/btu153
https://doi.org/10.1016/j.cub.2020.12.015
https://doi.org/10.1016/j.cub.2020.12.015
https://doi.org/10.1128/IAI.00983-12
https://doi.org/10.1126/science.1253448
https://doi.org/10.1111/j.1600-051X.1998.tb02419.x
https://doi.org/10.1038/s41467-019-12154-0
https://doi.org/10.1038/s41467-019-12154-0
https://doi.org/10.1186/s40168-019-0717-3
https://doi.org/10.1038/ng.2906
https://doi.org/10.1038/s41598-021-92370-1
https://doi.org/10.1038/s41598-021-92370-1
https://doi.org/10.1371/journal.pone.0196482
https://doi.org/10.1371/journal.pone.0196482
https://doi.org/10.1186/s13059-019-1891-0
https://doi.org/10.1186/s13059-019-1891-0
https://www.jstor.org/stable/26564119 
https://www.jstor.org/stable/26564119 
https://doi.org/10.1128/CDLI.10.3.383-387.2003
https://doi.org/10.1128/CDLI.10.3.383-387.2003
https://doi.org/10.1128/Spectrum.00701-21
https://doi.org/10.1186/s12903-021-01543-x

	Ancient Genomes From Bronze Age Remains Reveal Deep Diversity and Recent Adaptive Episodes for Human Oral Pathobionts
	Introduction
	Results and Discussion
	Ancient Metagenome Reconstruction
	T. forsythia: Postmedieval Reduction in Diversity and Virulence Acquisition
	S. mutans: Persistence of Prehistoric Diversity and Recent Population Expansions

	Conclusion
	Materials and Methods
	Sampling and Sequencing
	Data Processing
	Metagenomic Analysis
	S. mutans Pangenome
	S. mutans Phylogenetic Analysis
	Reference Genome Alignment
	SNP Ascertainment and Calling: T. forsythia and Tr. denticola
	T. forsythia Phylogenetic Analysis
	T. forsythia Virulence Factors

	Supplementary Material
	Acknowledgments
	Author Contributions
	Funding
	Data Availability
	References


