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ABSTRACT

Streptococcus agalactiae (group B Streptococcus or GBS), a commensal of the human gut and genitourinary tract, is a leading
cause of neonatal infections, in which vertical transmission from mother to child remains the most frequent route of contamina-
tion. Here, we investigated whether the progression of GBS from carriage to disease is associated with genomic adaptation.
Whole-genome comparison of 47 GBS samples from 19 mother-child pairs uncovered 21 single nucleotide polymorphisms
(SNPs) and seven insertions/deletions. Of the SNPs detected, 16 appear to have been fixed in the population sampled whereas
five mutations were found to be polymorphic. In the infant strains, 14 mutations were detected, including two independently
fixed variants affecting the covRS locus, which is known to encode a major regulatory system of virulence. A one-nucleotide in-
sertion was also identified in the promoter region of the highly immunogenic surface protein Rib gene. Gene expression analysis
after incubation in human blood showed that these mutations influenced the expression of virulence-associated genes. Addi-
tional identification of three mutated strains in the mothers’ milk raised the possibility of the newborns also being a source of
contamination for their mothers. Overall, our work showed that GBS strains in carriage and disease scenarios might undergo
adaptive changes following colonization. The types and locations of the mutations found, together with the experimental results
showing their phenotypic impact, suggest that those in a context of infection were positively selected during the transition of
GBS from commensal to pathogen, contributing to an increased capacity to cause disease.

IMPORTANCE

Group B Streptococcus (GBS) is a major pathogen responsible for neonatal infections. Considering that its colonization of
healthy adults is mostly asymptomatic, the mechanisms behind its switch from a commensal to an invasive state are largely un-
known. In this work, we compared the genomic profile of GBS samples causing infections in newborns with that of the GBS colo-
nizing their mothers. Multiple mutations were detected, namely, within key virulence factors, including the response regulator
CovR and surface protein Rib, potentially affecting the pathogenesis of GBS. Their overall impact was supported by differences
in the expression of virulence-associated genes in human blood. Our results suggest that during GBS’s progression to disease,
particular variants are positively selected, contributing to the ability of this bacterium to infect its host.

Streptococcus agalactiae, or group B Streptococcus (GBS), is cur-
rently regarded as one of the leading causes of neonatal sepsis

and meningitis worldwide (1–4). Known as a commensal of the
digestive and genitourinary tracts of 10 to 30% of the human
population, GBS is also a significant source of disease in immuno-
compromised adults and in the elderly (4–7). Apart from causing
human infections, GBS is an etiological agent of bovine mastitis
and invasive disease in fish (8–10). First identified in the 1930s as
a cause of neonatal mortality, it became a widespread concern in
many developed countries in the second half of the 20th century
(11–13). In the United States, throughout the 1990s, 7,600 cases of
infection in newborns leading to 310 deaths per year were ob-
served, whereas most recently, the global burden of GBS disease
was estimated to be 0.53 per 1,000 live births (4, 14). Furthermore,
GBS infections can lead to additional complications. Particularly
regarding neonatal meningitis, studies have shown some degree of
cognitive impairment in 15 to 20% of affected infants, at least until
5 years after birth (15, 16).

Neonatal infections are classified as either early-onset disease

(EOD) when they occur in newborns within the first 6 days of life
or late-onset disease (LOD) when they are diagnosed from 7 days
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up to approximately 3 months of age (4). Intrapartum antibiopro-
phylaxis for parturients at risk of GBS infection was able to reduce
the incidence of EOD, but it did not affect the rate of LOD (3). In
EOD, a GBS strain has colonized the maternal vaginal tract and is
subsequently transferred to the baby during or just before birth.
The most frequent form of infection is thought to be through
aspiration, by the baby, of GBS-contaminated amniotic or vaginal
fluid from the mother. This causes an initial dissemination of the
bacteria in the respiratory epithelium and in the child’s blood-
stream, leading to clinical manifestations usually in the form of
pneumonia or sepsis (4, 17, 18). Late-onset cases typically result
in meningitis, but the mode of transmission remains unclear.
LOD may result from community- or hospital-acquired con-
tamination after birth, even though the mother is likely the
main source of infection. GBS strains can be grouped into 10
different serotypes according to their polysaccharide capsule
(19). Epidemiological data have established a strong link be-
tween capsular serotype (CPS) III and a substantial proportion
of EOD incidences, as well as the majority of LOD infections
(20–23). Within these strains, multilocus sequence typing
(MLST) analyses have inferred sequence type 17 (ST17) to be
the most frequently associated lineage, which led to its current
label as a “hypervirulent lineage” (22, 24).

To investigate the emergence of GBS neonatal infections, pop-
ulation and evolutionary studies have detailed a recent origin of
the main human-adapted clonal complexes, with recombination
of large chromosomal regions playing a key role in their genomic
diversification (25). By Bayesian phylogenetic inference, the wide-
spread use of tetracycline in the 1960s was reported as one of the
main driving forces behind the selection of pathogenic clones
(26). Nevertheless, not all tetracycline-resistant lineages have dis-
seminated; thus, additional colonization and virulence properties
seem to have been responsible for the expansion of certain clones
still causing disease today. In this regard, GBS pathogenesis is
related to several virulence factors, and their role is to promote the
ability of the bacteria to infect and damage the host. Some notable
examples include the hypervirulent GBS adhesin (HvgA), the
�-hemolysin encoded by the cyl operon, the C5a peptidase, and
surface proteins of the alpha-like family (17, 18, 27–30). More-
over, the expression of major virulence factors is regulated by the
two-component system CovRS (control of virulence regulator
and sensor). Inactivation of this system, first described in group A
Streptococcus (GAS), was proven to enhance the pathogenesis of
GAS by derepressing the transcription of virulence-associated
genes (31). CovR is also a key regulator of virulence in GBS, de-
pending on the site or mode of infection in the host (32, 33).

With the advent of high-throughput sequencing, novel in-
sights into the in vivo evolution of many bacterial pathogens have
been obtained. For instance, studies on Staphylococcus aureus,
Burkholderia pseudomallei, and Pseudomonas aeruginosa have
highlighted the selection of a diverse range of genomic mutations
during chronic infection (34–36). Furthermore, whole-genome
sequencing was recently used to investigate the within-host diver-
sity and transmission of methicillin-resistant S. aureus in a veter-
inary context (37). Yet, specifically in GBS, the exact extent of
genomic identity and virulence potential between strains coloniz-
ing women and those acquired by their babies through direct
transmission remains to be elucidated. Comparative genomic
analyses of GBS strains from carriage and disease would help gain
a better understanding of the switch from commensal to pathogen

and infer crucial virulence and genetic determinants responsible
for neonatal GBS diseases.

In this work, we aimed to determine whether specific muta-
tions are selected throughout the course of disease. We performed
whole-genome sequencing of a unique collection of GBS samples
from infected neonates and from their mothers in either a carriage
or a disease context. Interestingly, the majority of the mutations
found appear to have been fixed in their population, revealing a
selective signal for nonsynonymous substitutions located within
functionally significant genes. Thus, we suggest that the disease-
associated variants underwent a positive selection process that
might have contributed to the increased virulence of these mu-
tated strains. However, by comparing each mutated region with
publicly available GBS genomes as an outgroup, we also identified
mutant alleles in samples obtained from carriage. Mutant variants
found in GBS-positive milk samples from three mothers are com-
patible with a bidirectional transmission of GBS in which the in-
fants contaminated their mothers through breastfeeding.

MATERIALS AND METHODS
Bacterial strains and culture conditions. A total of 47 GBS samples from
19 mother-child pairs were used in this study (Table 1; see Table S1 in the
supplemental material). Biological samples were collected at 12 different
hospitals throughout France by following routine clinical laboratory pro-
cedures in which an indeterminate number of GBS colonies were sampled
and subsequently transferred to the Centre National de Référence des
Streptocoques (CNR-Strep). These samples were cultured either on
Todd-Hewitt (TH) agar plates at 37°C or on Columbia agar plates with
5% horse blood at 37°C with 5% CO2 and stored in 20% glycerol–TH
broth at �80°C.

Sequencing, de novo assembly, and epidemiological analysis. Chro-
mosomal DNA was extracted with the DNeasy blood and tissue kit (Qia-
gen) by following the manufacturer’s instructions. Genomes were se-
quenced by the Illumina HiSeq 2000 and MiSeq sequencing platforms
with single-read runs of 101 and 150 nucleotides, respectively (see Fig.
S1A in the supplemental material). Reads were filtered by the fqCleaner
tool according to the following parameters. Each read was trimmed off to
remove nonconfident bases at the 5= and 3= ends with a quality score below
20. All reads shorter than 30 bp were discarded. Reads with �80% confi-
dent bases were excluded, as were artifactual and duplicated reads. Ge-
nome sequences were assembled by the Velvet software (38) with an op-
timized k-mer value, a minimum coverage of 10, and a contig length of at
least 200 bp. STs were determined by MLST by extracting the sequences of
the seven genes of the GBS MLST system (adhP, pheS, atr, glnA, sdhA, glcK,
and tkt) (24) and comparing them with the known STs from the GBS
MLST web server (http://pubmlst.org/sagalactiae/) through the Center
for Genomic Epidemiology web tool (http://www.genomicepidemiology
.org/). Capsular types were determined by molecular serotyping (39) and
confirmed by BLASTn similarity search of the nucleotide sequences of the
10 cps loci of the known GBS serotypes.

Variant detection. Within each pair of samples, several approaches
were taken to ensure the most reliable detection of the existing genomic
variation within the population and to circumvent the limitations of tra-
ditionally used bioinformatic pipelines (see Fig. S1 in the supplemental
material). First, for each pair, both the child and mother filtered reads
were mapped to the assembled genome of the mother sample by Burrows-
Wheeler Aligner (BWA) (40). Variant calling was performed with Ge-
nome Analysis ToolKit (41) by taking into account the published recom-
mendations (42, 43). Single nucleotide polymorphisms (SNPs) and
insertions/deletions (indels) were prefiltered and selected according to the
following parameters adapted from Lieberman et al. (44): at least 15 reads
aligning in both directions, at least a 100-bp distance from the contig
boundaries of the reference assembly, an average base quality greater than
19, an average mapping quality above 34, and a P value above 0.05 with
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TABLE 1 S. agalactiae samples used in this study

Strain Pair Hospitala Location Yrb

Time (days)
after birthc Disease Origin Serotype MLST

Mother 1 1 A Paris 2012 0 NAd Vaginal fluid III ST17
Child 1 A Paris 2012 0 EOD Blood culture III ST17

Mother 2 2 B Clamart 2012 110 NA Milk Ia ST23
Child 2 B Clamart 2012 104 LOD Blood culture Ia ST23

Mother 3 3 A Paris 2008 0 NA Urine Ia ST23
Child 3 A Paris 2008 1 EOD Cerebrospinal fluid Ia ST23

Mother 4 4 A Paris 2008 0 NA Vaginal fluid III ST17
Child 4 A Paris 2008 6 EOD Blood culture III ST17

Mother 5-1 5 A Paris 2008 4 NA Vaginal fluid III ST17
Mother 5-2 A Paris 2008 23 NA Milk III ST17
Child 5 A Paris 2008 22 LOD Blood culture III ST17

Mother 6 6 C Colombes 2008 1 NA Urine Ia ST24
Child 6-1 C Colombes 2008 1 EOD Blood culture Ia ST24
Child 6-2 C Colombes 2008 0 EOD Gastric fluid Ia ST24

Mother 7 7 D Chartres 2008 29 NA Blood culture V ST1
Child 7 E Montmorency 2008 18 LOD Blood culture III ST17

Mother 8 8 A Paris 2008 0 NA Vaginal fluid III ST17
Child 8-1 A Paris 2008 1 EOD Cerebrospinal fluid III ST17
Child 8-2 A Paris 2008 1 EOD Blood culture III ST17

Mother 9 9 F Colombes 2008 0 NA Amniotic fluid III ST23
Child 9 F Colombes 2008 1 EOD Blood culture III ST23

Mother 10-1 10 A Paris 2009 16 NA Milk Ia ST23
Mother 10-2 A Paris 2009 �3 NA Vaginal fluid Ia ST23
Child 10 A Paris 2009 16 LOD Blood culture Ia ST23

Mother 11 11 A Paris 2009 �1 NA Vaginal fluid III ST23
Child 11-1 A Paris 2009 21 LOD Blood culture III ST17
Child 11-2 A Paris 2009 35 LOD Blood culture III ST17

Mother 12 12 G Paris 2009 0 NA Blood culture III ST27
Child 12-1 G Paris 2009 0 EOD Gastric fluid III ST27
Child 12-2 G Paris 2009 0 EOD Blood culture III ST27

Mother 13 13 H Amiens 2010 7 NA Milk III ST17
Child 13 H Amiens 2010 5 EOD Cerebrospinal fluid III ST17

Mother 14 14 I Montpellier 2010 33 NA Milk III ST17
Child 14 I Montpellier 2010 29 LOD Cerebrospinal fluid III ST17

Mother 15 15 C Colombes 2010 �1 NA Vaginal fluid V ST1
Child 15-1 C Colombes 2010 0 EOD Gastric fluid V ST1
Child 15-2 C Colombes 2010 0 EOD Blood culture V ST1

Mother 16 16 J Frejus 2011 0 NA Placenta III ST17
Child 16 J Frejus 2011 0 EOD Gastric fluid III ST17

Mother 17 17 C Colombes 2011 0 NA Placenta III ST17
Child 17 C Colombes 2011 0 EOD Blood culture III ST17

Mother 18 18 K Le Kremlin Bicêtre 2011 0 NA Blood culture Iae ST24
Child 18 K Le Kremlin Bicêtre 2011 0 EOD Blood culture Iae ST24

(Continued on following page)
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Fisher’s exact test supporting a null hypothesis that the variant frequency
is the same for reads in both directions (see Fig. S1B in the supplemental
material). After this initial filtering, if a variant was detected in �97% of
the reads in the mapping of the child sample or �3% of the reads in the
mapping of the mother population, it was suspected of corresponding to
a polymorphic variant. Therefore, in these cases, an isolated colony from
the putative mixed sample was sequenced and used as an isogenic control.
False-positive polymorphisms were inferred as those found to be hetero-
geneous (with an allele frequency between 3% and 97%) in the mapping

of the control sample against its assembled genome. Filtered SNPs were
then classified as either fixed or polymorphic according to whether they
were present in more or less than 97% of the reads, respectively, in at least
one of the samples of each pair (Table 2; see Table S2 in the supplemental
material). No frequency estimate was calculated for the indels because of
a greater probability of mapping and sequencing errors.

To extend this analysis to the identification of genomic islands or other
genetic material acquired by the GBS population in the child, the un-
mapped reads recovered from each pair were assembled by the Velvet

TABLE 1 (Continued)

Strain Pair Hospitala Location Yrb

Time (days)
after birthc Disease Origin Serotype MLST

Mother 19 19 L Compiègne 2011 7 NA Vaginal fluid III ST17
Child 19-1 L Compiègne 2011 5 EOD Cerebrospinal fluid III ST17
Child 19-2 L Compiègne 2011 5 EOD Blood culture III ST17
Child 19-3 L Compiègne 2011 6 EOD Urine III ST17
a One-letter code representing the hospital at which the sample was collected.
b Year of sampling.
c Time elapsed after the birth of the child from the corresponding pair.
d NA, nonapplicable.
e Deletion of the cpsIad, cpsE, cpsF, and cpsG genes from the cps operon was found.

TABLE 2 Genomic mutations detected in the population of each pair of samples

Samplea MLST Type Classificationb Locus IDc Functiond BLASTe

Mother 2 ST23 SNP Nonsense (Q7X), fixed gbs1596 Intermediary metabolism Glyoxalase
Mother 2 ST23 SNP Synonymous, fixed gbs0198 Intermediary metabolism Polynucleotide phosphorylase, alpha chain
Mother 4 ST17 SNP Missense (K88E), polymorphic SAG0163_02655 Information pathways Site-specific recombinase
Mother 9 ST23 Indel Noncodingh gbs0476 (3= UTR) Unknown Putative membrane protein
Child 9 ST23 SNP Missense (R79H), polymorphic gbs1259 Intermediary metabolism Metallo-beta-lactamase superfamily protein
Mother 10-1 ST23 SNP Noncoding, fixed gbs1986 Cellular processes ABC transporter
Child 11-2f ST17 Indel Frameshift gbs1427 Information pathways KH domain protein
Child 11-2f ST17 SNP Missense (A175D), fixed gbs1950 Cellular processes Phosphate ABC transporter
Mother 12 ST27 SNP Noncoding, fixed gbs1946 (5= UTR) Cellular processes Glucose-specific PTS enzyme IIABC
Child 12g ST27 SNP Missense (A49V), fixed gbs0668 Intermediary metabolism D-lactate dehydrogenase
Child 12g ST27 SNP Missense (G814S), fixed gbs1038 Cellular processes Hypothetical ABC transporter permease
Child 12-1 ST27 SNP Noncoding, polymorphic gbs1946 (5= UTR) Cellular processes Glucose-specific PTS enzyme IIABC
Child 12-1 ST27 Indel In-frame deletionh gbs1377 Intermediary metabolism Homocysteine S-methyltransferase
Child 12-1 ST27 Indel Large deletionh Unknown Phage terminase
Child 12-2 ST27 SNP Noncoding, fixed gbs1672 (5= UTR) Information pathways Two-component response regulator (CovR)
Child 12-2 ST27 SNP Missense (R186K), fixed gbs0231 Cellular processes Efflux protein
Mother 14 ST17 SNP Noncoding, fixed gbs0330 (5= UTR) Information pathways Transcriptional regulator (MarR family)
Mother 14 ST17 SNP Missense (G30V), fixed gbs1234 Cellular processes NeuD protein
Child 14 ST17 Indel Duplicationh gbs1958 Information pathways Transcriptional regulator (MerR family)
Mother 15 ST1 Indel Noncodingh gbs0419 (5= UTR) Intermediary metabolism GDXG lipolytic enzyme family protein
Mother 15 ST1 SNP Missense (I183T), fixed gbs1230 Intermediary metabolism Glycerol-3-phosphate acyltransferase (PlsY)
Mother 15 ST1 SNP Noncoding, fixed Unknown Anaerococcus prevotii plasmid
Mother 18 ST24 SNP Synonymous, polymorphic gbs0189 Cellular processes Trehalose-specific PTS enzyme IIABC
Mother 18 ST24 SNP Missense (P396S), polymorphic gbs1460 Cellular processes Polysaccharide biosynthesis protein
Mother 19 ST17 SNP Missense (P80S), fixed gbs2047 Information pathways RecA protein
Child 19g ST17 SNP Nonsense (E96X), fixed gbs1159 Intermediary metabolism Phosphotransacetylase
Child 19g ST17 SNP Missense (A115V), fixed gbs1672 Information pathways Two-component response regulator (CovR)
Child 19g ST17 Indel Noncodingh GBSCOH1_0416 Cellular processes Rib protein
a Sample of the corresponding pair in which the mutant allele was most frequently detected.
b Classification of the mutation detected. For nonsynonymous substitutions, the amino acid change is shown in parentheses. A mutation was considered fixed if at least 97% of the
filtered reads supported the mutation in at least one of the samples of the pair (see Table S2 in the supplemental material). No frequency estimate was calculated for indels.
c Locus ID of the mutated gene: SAG0163_02655 corresponding to GBS MRI Z1-215 (GenBank accession no. NZ_ANET01000026), GBSCOH1_0416 corresponding to GBS COH1
(GenBank accession no. HG939456), and the rest corresponding to GBS NEM316 (GenBank accession no. AL732656).
d Functional category of each affected gene based on the SagaList database of NEM316.
e Annotation based on BLASTn homology search.
f Mutations were called by mapping against child 11-1.
g Mutations were detected in all child samples of the corresponding pair.
h No homology with any annotated GBS genomes in the NCBI database.
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software (see Fig. S1B in the supplemental material). The same k-mer,
coverage, and contig length values input for the assembly of the strains
from the corresponding pair were used. Contigs assembled from the un-
mapped reads were blast searched against their own assembled genome to
exclude false-positive matches.

The same strategy of read mapping and variant detection was used
with the strains of each pair against their closest complete genome within
the NCBI database (see Fig. S1C in the supplemental material). Pairs 1, 4,
5, 8, 13, 14, 16, 17, and 19 were mapped against the genome of GBS COH1
(ST17); pairs 2, 3, 6, 9, 10, and 18 were mapped against the genome of
GBS NEM316 (ST23); pair 12 was mapped against the genome of GBS
2603V/R (ST110); and pair 15 was mapped against the genome of GBS
09mas018883 (ST1) (Fig. 1).

Moreover, the breseq computational pipeline (45) was used to identify
the gain or loss of small and large sequence fragments between the mother
and child populations sampled. Mapping was performed with the filtered
sequencing reads from the child sample against the assembled genome of
the mother sample in each pair (see Fig. S1D in the supplemental mate-

rial). Large deletions or insertions with a coverage value below 10 and
within repeated regions or genes with multiple copy numbers were not
considered. Each mutated gene was blast searched against the 300 se-
quenced GBS genomes in the NCBI database available in April 2015. On
the basis of the identification of the transcription start sites mapped on the
genome of GBS NEM316 (46), the relative position of each SNP located
within noncoding regions was ascertained. Functional categories of the
mutated genes were inferred on the basis of the SagaList annotation cre-
ated from the GBS NEM316 sequencing project (47, 48).

Phylogenetic inference. To determine the strain most closely related
to each isolate, we built a phylogenetic tree by using snpTree 1.1 (49).
With this software, each assembled and complete GBS genome was ini-
tially aligned against GBS NEM316 with the Nucmer application from the
MUMmer software package (version 3.23), and genomic SNPs were de-
tected with the show-snps option. A filtering process was subsequently
applied to discard SNPs �100 bp apart and within 100 bp of the contigs’
boundaries. Finally, the resulting genomic SNPs were used to build a
maximum-likelihood tree (49) (Fig. 1).

FIG 1 Whole-genome phylogeny of mother-child GBS pairs. Maximum-likelihood phylogenetic tree built with snpTree (49) based on genomic SNPs. The
unrooted tree depicts the phylogenetic relationship of each strain in our study with the published complete GBS genomes in the NCBI database (highlighted in
blue), i.e., 09mas018883 (GenBank accession no. HF952104), 2603V/R (GenBank accession no. AE009948), A909 (GenBank accession no. CP000114), COH1
(GenBank accession no. HG939456), GD201008-001 (GenBank accession no. CP003810), and NEM316 (GenBank accession no. AL732656). Strain names are
as indicated in Table 1 (see also Table S1 in the supplemental material). Strains from pairs 7 and 11 are highlighted in red and green, respectively.
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We inferred the wild-type and mutated alleles of each variable position
by reconstructing their ancestral sequence with the most closely related
publicly available GBS genomes (see Fig. S2 in the supplemental material).
Sequences were aligned with ClustalW, and maximum-likelihood phylo-
genetic trees were built with MEGA 6.06 (50) by using a general time-
reversible substitution model with a gamma distribution rate across sites
and a proportion of invariant sites. In this work, we assumed that the
mutation event occurred from the wild-type allele to the mutant allele,
even though we cannot formally exclude the very unlikely possibility of a
reversion of the mutated variant.

RNA extraction and RT-qPCR. Bacterial strains were precultured
overnight in TH broth at 37°C in standing cultures without agitation. For
incubation in human blood, a modified form of the protocol of Oggioni et
al. (51) was used. Briefly, bacterial dilutions were first grown to the expo-
nential growth phase (optical density at 600 nm of 0.4 to 0.5) in 10 ml of
TH broth. Subsequently, 5 ml of each culture was pelleted and stored at
�80°C while the other 5 ml was pelleted, washed twice with phosphate-
buffered saline, and resuspended in 5 ml of whole human blood from one
donor. Blood cultures were then incubated for 1 h at 37°C under agitation.
Afterwards, samples were subjected to low-speed centrifugation (200 � g
for 5 min) to remove human cells and the supernatant containing the
bacteria was then centrifuged at 5,000 � g for 10 min. Bacterial pellets
obtained were stored at �80°C. Total RNAs were extracted with a phenol/
TRIzol-based purification method as previously described (32). RNA
quality was assessed by electrophoretic analysis with an Agilent 2100 Bio-
analyzer (Agilent Technologies Inc., Palo Alto, CA), and reverse transcrip-
tion (RT) was performed with the Superscript II indirect cDNA kit
(Invitrogen, Life Technologies). Primer pairs were designed with Primer-
BLAST from the NCBI website to obtain a predicted amplicon size of 100
to 200 bp (see Table S3 in the supplemental material) and quantitative
PCR (qPCR) was carried out with SYBR green PCR kits (Applied Biosys-
tems, Life Technologies). Relative gene expression was quantified by a
standard-curve-based method in which regression analysis was per-
formed by using serial dilutions of a positive amplification control. Cal-
culated values given in arbitrary units were normalized with the expres-
sion of the housekeeping gene gyrA. Each assay was performed in triplicate
with three independent cultures. A two-tailed t test was carried out to
determine whether expression differences were statistically significant.

D-Lactate quantification and carbohydrate metabolism assays. To
measure the concentration of D-lactate in the supernatant of each culture,
we used the D-Lactate Colorimetric Assay kit (Sigma-Aldrich) according
to the manufacturer’s instructions. The API 50 CH test (bioMérieux) was
used to compare the abilities of GBS strains from each target pair to
ferment 49 different carbohydrates. Each strain was initially grown for 18
to 24 h on TH agar plates. Afterwards, a quantity of cells amounting to two
bacterial loops was suspended in 10 ml of API 50 CHL medium. The
culture suspensions were then loaded onto API 50 CH test strips in accor-
dance with the manufacturer’s instructions, and the tubes were covered
with mineral oil. The test strips were incubated at 37°C, and results were
recorded 24 and 48 h later.

Nucleotide sequence accession numbers. Sequencing reads from
each run and the corresponding genome assemblies have been deposited
in the EMBL nucleotide sequence database (http://www.ebi.ac.uk/ena)
under study accession number PRJEB6691. For the accession numbers of
the individual files, see Table S1 in the supplemental material.

RESULTS
Characterization and genotyping of GBS pairs. For this study, a
total set of 47 GBS samples were obtained from 19 pairs of infected
newborns and their mothers (Table 1; see Table S1 in the supple-
mental material). One to three samples were collected per individ-
ual, corresponding to various sites colonized by GBS at different
time points relative to the child’s birth. A total of 11 samples were
collected from carriage-related sites in the mother (amniotic fluid,
placenta, and vaginal fluid), in contrast to 10 from other contam-

inated samples (blood, milk, and urine). Conversely, 22 blood,
cerebrospinal fluid, and urine samples were obtained from the
newborns, together with only 4 carriage samples of gastric fluid.
Of the 19 pairs analyzed, 13 corresponded to EOD cases and 6
corresponded to LOD, with strains isolated 16 to 110 days after the
infant’s birth (Table 1).

After whole-genome sequencing, CPSs and MLST profiles
were determined by BLASTn similarity searches of the assembled
genomes of the samples (Table 1). CPS III and, more specifically,
hypervirulent clone ST17 were the most abundant lineages iden-
tified in our work, accounting for 31 (66%) and 25 (53%) strains,
respectively. GBS samples obtained from LOD belonged exclu-
sively to ST17 (n � 4) and ST23 (n � 2), while ST17 accounted for
four (80%) of five strains responsible for meningitis. From the
genotyping of the 19 sets of mother-child samples analyzed, 17
pairs (89%) corresponded to identical CPSs and STs, whereas
strains from pairs 7 and 11, both obtained from LOD, belonged to
distinct lineages. In these two pairs, the infants were infected by
ST17 strains and their mothers were colonized by ST1 (pair 7) or
ST23 (pair 11). No genomic comparison of the mother and child
populations of these two pairs was performed, considering that
they belong to distantly related lineages (Fig. 1 and Table 1). Even
so, two samples were retrieved from the infant corresponding to
pair 11, isolated from blood samples cultured at 21 (child 11-1)
and 35 (child 11-2) days after birth. Since the two isolates belong
to the same ST, we compared them by using the first population
sampled as a reference to track any genomic changes occurring
throughout the course of infection.

Comparative analysis reveals genomic variations within
functionally relevant regions. To analyze the population diver-
sity of each pair of GBS samples (Table 1; see Table S1 in the
supplemental material), different strategies based on read map-
ping and de novo assembly were applied as described in Materials
and Methods and as depicted in Fig. S1 in the supplemental ma-
terial. The purpose was to identify genomic differences between
mother and child GBS populations while taking into account the
possibility of within-host variation. A phylogenetic tree was built
with all 19 GBS pairs, together with the most closely related strains
whose complete genome sequences are publicly available. A total
of 6,122 genomic SNPs were used (Fig. 1). Even though pairs 4, 5,
and 8 were all ST17 strains collected from the same hospital during
the same year, their phylogenetic distribution suggests that these
pairs are no closer to each other than to the other ST17 pairs
collected in different time periods from different hospitals. More-
over, mother and child strains from pairs 7 and 11 are clearly
shown to belong to divergent lineages (Fig. 1).

No genomic differences were detected in eight (42%) pairs (1,
3, 5, 6, 8, 13, 16, and 17), encompassing seven incidences of EOD
and one of LOD. Whole-genome comparison of the nine geneti-
cally diverse pairs of samples (2, 4, 9, 10, 12, 14, 15, 18, and 19), as
well as the two samples obtained from child 11, resulted in the
identification of a total of 21 SNPs and seven indels, ranging from
1 to 1,132 bp (Table 2; see Table S2 in the supplemental material).
Determination of the frequency of the reads supporting each of
the SNPs detected within the population allowed the identifica-
tion of 16 fixed mutations and five polymorphic sites present in
less than 97% (between 3 and 91%) of the population sampled
(see Table S2). BLASTn similarity search of the flanking regions of
each mutated site against published genomes in the NCBI data-
base allowed the characterization of each variant identified (Table
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2; see Table S2 in the supplemental material). Thirteen SNPs were
classified as nonsynonymous (11 missense and 2 nonsense), but
only 2 were classified as synonymous (Fig. 2A). Furthermore, one
out-of-frame deletion (1 bp) was detected, together with one in-
frame deletion (18 bp), a 46-bp out-of-frame duplication, and a
large 1,132-bp deletion encompassing a phage terminase. Surpris-
ingly, nine of the mutations (six SNPs and three indels) occurred
in noncoding sequences, including five in 5= untranslated regions
(UTRs) and one in a 3=UTR. Overall, on the basis of the functional
classification of all the mutated regions, deduced from the Saga-
List database of GBS NEM316 (47, 48), 10 were related to cell
envelope and cellular processes, 8 were related to intermediary
metabolism, 7 were related to information pathways, and 3 were
related to unknown functions (Fig. 2B).

In order to identify the most likely ancestral sequence of the
common ancestor of each GBS pair and determine the mutated
strain, we compared each variable locus with the 300 sequenced
GBS genomes available in the NCBI database as an outgroup.
These comprise carriage and invasive isolates of human origin, as
well as strains from bovine, fish, and other animal hosts. We infer
the wild-type allele as the one identical to all of the genetically
closest genomes and the mutant variant as the one differing from
these sequences (see Fig. S2 in the supplemental material). For all
but four of the mutations we detected, the same variant was pres-
ent in each of the 300 NCBI strains. A total of 14 mutations were
deduced to have occurred within nine isolates obtained from the
mother and 14 mutations within eight samples from the child
(Table 2).

Focusing on the most relevant mutations identified in the GBS
populations sampled, assessment of pair 2, from a case of LOD,
revealed two mutations in the mother strains isolated from milk:
one SNP within a gene coding for a glyoxalase (gbs1596, according
to GBS NEM316 [48]), a detoxification system of reactive alde-
hydes, and another in a region encoding a polynucleotide phos-
phorylase (gbs0198). This enzyme is conserved among bacteria

and has been shown to regulate the expression of virulence factors
in S. aureus, Francisella tularensis, and Yersinia spp. (52–54).

In pair 12 (EOD), only one mutation was present in the mother
GBS population, obtained from a blood culture, in the 5= UTR of
a glucose-specific phosphotransferase system (PTS) enzyme
IIABC gene (gbs1946 [ptsG]) that takes part in the phosphoryla-
tion and transport of glucose (55). In the gastric fluid sample from
the child (child 12-1), six polymorphic variants were detected in
various proportions (see Table S2 in the supplemental material),
including an additional mutation in the 5= UTR of ptsG (Table 2;
see Table S2). In contrast, four mutations appear to have been
positively selected specifically in the GBS population obtained
from the blood (child 12-2). Interestingly, one of the mutations is
located in the 5=UTR of the gene encoding the response regulator
of virulence CovR (gbs1672 [covR]). Since the most common eti-
ological pathway of EOD caused by GBS is aspiration or ingestion
of GBS-contaminated fluids (4, 17, 18), our observations within
this pair suggest that multiple GBS variants were ingested by the
baby through the digestive tract but only one prevailed and was
selected in the child’s bloodstream.

Regarding pair 14 (LOD), a duplication of 46 bp in the MerR
family of transcriptional regulators gene (gbs1958) was identified
in the newborn sample. These regulators are responsible for the
activation of genes associated with transport and multidrug resis-
tance in response to various environmental stresses, as reported in
Bacillus subtilis and other bacterial species (56). Conversely, two
mutations were detected in the mother sample: one SNP in the 5=
UTR of a gene encoding a transcriptional regulator of the multiple
antibiotic resistance regulator (MarR) family (gbs0330) and one
additional missense SNP in neuD. MarR proteins have been de-
scribed as responsible for controlling the expression of virulence
factors and the bacterial response to antibiotic and oxidative
stresses (57, 58). The other mutated gene, neuD, codes for an
acetyltransferase with a role in the biosynthesis of capsular sialic
acid and has been implicated in the development of meningitis in
neonates (59).

Concerning pair 18 (EOD), two polymorphic mutations were
detected, one of which is in a genomic region coding for trehalose-
specific PTS enzyme IIABC (gbs0189 [trePI]). Trehalose is known
to contribute to the adaptation of bacteria to osmotic stress, while
this particular PTS, responsible for trehalose phosphorylation and
transport, is an upregulated target of CovR (60). The mutation
was identified in approximately 90% of the population obtained
specifically from the mother’s blood sample (see Table S2 in the
supplemental material). Strikingly, in pair 12, the mother strains
also from a blood culture were mutated in ptsG, another gene
involved in carbon source uptake.

Lastly, four mutations were found within the samples of pair 19
(EOD). In the three child populations, a nonsense mutation was
detected in the phosphotransacetylase gene (gbs1159 [pta]), which
is involved in acetate metabolism and ATP production; a missense
mutation in covR, altering the same system mutated in pair 12 with
essential regulatory functions for virulence (31, 32); and a 1-bp
insertion in the homopolymeric A tract affecting the promoter of
the alpha-like Rib surface protein-encoding gene (gbs0147 [rib]), a
region known to have a significant impact on the expression of this
immunogenic protein (61). In regard to the mother sample, a
nonsynonymous mutation was found in the recA gene (gbs2047),
coding for a multifunctional protein with a central role in DNA
repair by homologous recombination (62).

FIG 2 Characteristics of the mutations identified. (A) Classification of the
SNPs identified in 10 of the 19 pairs of GBS samples analyzed by comparative
genomics. (B) Functional category of each mutated region based on homology
search of the flanking gene of each site, as annotated in the SagaList database of
GBS NEM316. Both the type of mutation and the functional category are
represented by different colors, as shown in the key. Each value depicted is the
number of mutations identified belonging to each category.
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Almost all of the mutations identified are novel, since most of
them were not present in any of the 300 GBS genomes available in
the NCBI database as of April 2015, except for two SNPs and two
indels. The two SNPs, identified in neuD and in the 5=UTR of ptsG
from mother 12, were each detected in one genome of human
origin. Moreover, the one-nucleotide indel in the 5= UTR of
gbs0419 from mother 15 was distributed among 122 strains from
human, bovine, and fish hosts, while the 18-bp deletion in gbs1377
was identified in two human GBS strains. Altogether, of the 14
mutations identified in our study in the child strains of five pairs,
three fixed variants were associated with pathogenicity-related
features in two pairs, comprising two different mutations in covR
and one in the promoter region of the gene encoding the surface
protein Rib.

Relative gene expression quantification showed distinct
transcription levels of virulence-related genes. In light of the
genomic comparison of the 19 pairs of GBS samples, we focused
on fixed mutations identified in the child and relating to viru-
lence-associated regions to determine any differences in the ex-
pression levels of the affected genes (pairs 12 and 19). In pair 12,
with SNPs in the 5= UTRs of covRS and ptsG, RT-qPCRs were
performed with both mutated genes, as well as four major targets
of CovR (Fig. 3; see Table S3 in the supplemental material). Given

that CovR is primarily a virulence repressor, we chose as nega-
tively regulated targets the hvgA (bibA) gene, which encodes a
variable surface protein (63) shown to be a hypervirulent adhesin
in the ST17 lineage (22), and cylE, from the cyl operon responsible
for the synthesis of �-hemolysin (30). One additional target, cod-
ing for a hypothetical secreted protein (gbs1895) repressed by
CovR, was also tested (32). Contrariwise, the cfb gene encoding
the CAMP factor toxin (32) was selected as a positively regulated
target of CovRS. Seeing that CovR is a major regulator dependent
on the host environment, gene expression was determined both in
TH medium and after 1 h of incubation in human blood. To
compare the expression of the different strains from pair 12, one
isolate each from mother 12 and child 12-2 (Table 1) was used,
representing the genotype observed within 100% of the popula-
tion obtained from blood (Table 2; see Table S2 in the supplemen-
tal material). Additionally, an isolate collected from the gastric
fluid of child 12-1 was also tested and confirmed by sequencing to
contain the four SNPs observed at a higher frequency in the orig-
inal sample (gbs0668, gbs1038, and gbs1946), as well as the 18-bp
deletion in gbs1377 and the 1,132-bp deletion of a phage terminase
(Table 2; see Table S2 in the supplemental material). Comparing
gene expression levels between growth in TH and after 1 h of
incubation in human blood showed that covR expression was
lower in whole human blood, contrasting with the transcription of
the CovR negatively regulated targets bibA, cylE, and gbs1895,
which was significantly increased (Fig. 3). However, no difference
was observed between expression levels of the mother strain and
the child strain with the mutation in the 5= UTR of covR (child
12-2). Surprisingly, there was a significant increase in the expres-
sion of bibA, cylE, and gbs1895 in the strain isolated from gastric
fluid (child 12-1) after incubation in human blood, hinting that it
could be the result of an indirect effect of one of the other muta-
tions found in this strain. This difference was confirmed to be
significant for gbs1895 following incubation with blood from a
second donor, although a smaller effect was observed for bibA and
cylE (see Fig. S3A in the supplemental material). In addition, to
check if these expression differences could be associated with the
nonsynonymous mutation in the D-lactate dehydrogenase, we
quantified the amounts of D-lactate in the supernatants of all of the
pair 12 cultures used for the RT-qPCR but found no significant
differences (see Fig. S3B in the supplemental material). Lastly, the
SNP in the 5= UTR of ptsG found in mother 12 led to a small but
significant expression increase solely in comparison to the strain
from the child’s blood (child 12-2), which was devoid of any mu-
tations affecting this gene (Fig. 3).

As for pair 19, representative isolates from both the mother
and the child were tested, with the child isolate containing a non-
synonymous SNP in the covR gene, as well as a 1-bp insertion in
the promoter of the gene encoding the surface protein Rib. With
this in mind, quantitative experiments were carried out with ad-
ditional sets of primers for the rib gene (Fig. 4; see Table S3 in the
supplemental material). Interestingly, only after incubation in hu-
man blood was there a significant increase in the expression of
hvgA, cylE, and gbs1895 in the mutated strain retrieved from the
child, together with a significant reduction in the transcription of
covR itself. This suggests that the amino acid change in the covR
mutant affected the regulation of this system and caused the over-
expression of several virulence-associated genes in the child strain.
Finally, the rib gene in both the mother and child strains was
significantly more strongly expressed in whole human blood than

FIG 3 Relative expression of mutated genes (pair 12). RT-qPCR results ob-
tained with GBS strains from pair 12 in TH medium (A) and after incubation
for 1 h in human blood (B). The mother 12 isolate was mutated in the 5=UTR
of gbs1946 (ptsG), and both child strains were mutated in gbs0668 (D-lactate
dehydrogenase) and gbs1038 (permease). The isolate from child 12-1 tested
presented additional mutations affecting gbs1946 (ptsG), gbs1377 (homocys-
teine S-methyltransferase), and a phage terminase, while the child 12-2 strain
specifically was mutated in the 5=UTR of gbs1672 (covR) and gbs0231 (putative
transporter). Gene expression is represented after normalization to the house-
keeping gene gyrA. Gene names are indicated below each graph. Experiments
were performed in triplicate with three independent cultures. Error bars rep-
resent standard deviations. ***, P � 0.001; **, P � 0.01; *, P � 0.05.
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in TH medium, but there was a consistent and significant reduc-
tion in expression in the child strain, compared to that in the
mother sample, under both of the conditions tested (Fig. 4). The
reduced expression of rib might have contributed to the mutant
strain’s escape from the antibodies transmitted by the mother,
allowing GBS to replicate and spread within the infected infant.

Carbohydrate fermentation assays revealed no significant
differences in metabolic activity. Because we identified mutated
genes related to sugar transport and metabolism, we performed
the API 50 CHL test on GBS pairs harboring genomic differences
in genes involved in carbon source metabolism. This assay exam-
ines the ability of the bacteria to ferment 49 different carbohy-
drates. Phenotypic tests were performed in duplicate on strains
from pairs 12, 15, 18, and 19, but no significant differences were
found under the conditions tested (see Table S4 in the supplemen-
tal material).

DISCUSSION

Neonatal infections caused by GBS remain a significant health
issue worldwide (1–4). In this work, we present for the first time a
comparative genomic analysis of pairs of GBS samples obtained
from infected infants and their mothers. Whole-genome compar-
ison of 10 of 19 mother-child pairs revealed a total of 21 SNPs and
seven indels (Table 2). In almost half (42%) of the GBS pairs, no
differences were observed. Furthermore, the variants present in
mother 15 were absent from the two samples from her child, while

strains from pair 19 infecting the blood, cerebrospinal fluid, and
urine of the newborn presented the same genomic makeup, dis-
tinct from its mother counterpart sample. This suggests that there
is a low level of within-host GBS diversity, even if the sampling
procedures might not have captured the complete genotypic di-
versity within each GBS population.

Despite the random nature of genomic mutagenesis, we de-
tected a strong bias for particular types of mutations affecting
genes with known functional implications (Fig. 2B). Indeed, only
three mutations (11%) altered genes with unknown functions.
Furthermore, of the 21 SNPs identified, only 5 appear to be poly-
morphic, suggesting that most of the mutations were likely se-
lected and fixed in the population. The polymorphic variants
could also have arisen from random genetic drift following the
transmission of GBS between hosts, although we cannot exclude
the possibility that some of these mutations occurred during sub-
culturing in laboratory medium. Notably, most mutations corre-
sponded to nonsynonymous substitutions, with a 13:2 ratio in
relation to synonymous changes (Fig. 2A). Moreover, more than
one-third of the mutations were located within noncoding se-
quences (Table 2), although they comprise only 10 to 12% of the
GBS genome. Experimentally, their phenotypic impact was sup-
ported by the observed change in transcription levels resulting
from a mutation in the 5= UTR of ptsG in mother 12, as well as
from a 1-bp insertion in the promoter region of the gene encoding
the surface protein Rib in child 19 (Fig. 3 and 4). Altogether, these
observations reinforce the significance of the mutations found,
strongly suggesting that they have undergone a process of positive
selection within their host.

Bearing in mind that colonization by GBS is acknowledged to
be mostly asymptomatic, we show interesting data on the possible
mechanisms further enhancing the virulence of this bacterium.
Overall, 14 mutant variants were detected in GBS samples from
infected newborns, showing a selective adaptation and evolution
of GBS during neonatal disease. Particularly in pair 11, strains
contaminating the child’s bloodstream underwent two mutations
in 14 days. In pair 19, the infant strains were mutated at three
different loci after 5 to 6 days following the child’s birth (Table 2).
On the contrary, strains from the newborn obtained at the time of
birth or 1 day later yielded the most similarities to the correspond-
ing mother strains, as exemplified by pairs 1, 3, 6, 8, 9, 16, and 17,
in which no differences were detected. Altogether, identical pairs
made up more than half of the cases of EOD analyzed and only one
of the six instances of LOD that were part of this study. Consider-
ing the immaturity of the newborn immune system at the time of
birth, colonization by any GBS isolate transferred from the
mother might be enough to lead to an infection state. Conversely,
the development of the neonate’s defenses throughout the first
few weeks of life would be prone to elicit selective pressure on GBS
strains with any fitness advantage.

From a total of 14 mutations identified in the strains from
infected infants, two independently fixed mutations were found
related to the two-component response regulator gene of the
covRS locus, a central regulator of GBS virulence (32). This points
toward the presence of selective pressures in favor of the alteration
of CovR regulation during neonatal infections. In GAS, a broad
range of nonsynonymous substitutions in the regulator gene
(covR), as well as small indels disrupting the sensor gene (covS),
have been described in invasive strains (64, 65). These mutations
were shown to have a profound transcription effect, increasing the

FIG 4 Relative expression of mutated genes (pair 19). RT-qPCR results ob-
tained with GBS strains from pair 19 in TH medium (A) and after incubation
for 1 h in human blood (B). The mother 19 isolate tested was mutated in
gbs2047 (recA), and the child strain was mutated in gbs1159 (pta), gbs1672
(covR), and the promoter of GBSCOH1_0416 (rib). Gene expression is repre-
sented after normalization to the housekeeping gene gyrA. Gene names are
indicated below each graph. Experiments were performed in triplicate with
three independent cultures. Error bars represent standard deviations. ***, P �
0.001; *, P � 0.05.
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expression of virulence-associated genes (65). Recently, a system-
atic screening for hyperpigmented GBS strains identified the pres-
ence of molecular alterations of covR in four isolates (66), but
none of these strains were of neonatal origin. Here, we showed in
GBS a transcriptional effect of a nonsynonymous mutation in the
covRS locus after incubation in human blood (Fig. 4). We con-
clude that, similarly to GAS, mutations in the covRS locus might
be selected during the development of GBS infections in neonates,
but the effect of the mutations is considerably more subtle.

Another small indel in the child samples (pair 19) was pin-
pointed in the poly(A) tract upstream of the promoter of the gene
encoding the alpha-like Rib protein. Short sequence repeat varia-
tions in this homopolymer tract, decreasing the expression of this
family of surface proteins, were shown to be selected in a mouse
model of immunization (61). Furthermore, smaller amounts of
antibodies against alpha and Rib proteins, present in the host,
have also been reported to be associated with a higher incidence of
disease (67). Therefore, alpha-like proteins have been considered
potential antigens for the development of a vaccine against GBS
(67–69). Here, we observed a 4-fold increase in the expression of
the rib gene following incubation in whole human blood, leading
to a high level of expression of this immunogenic protein. How-
ever, the transcription levels of rib were significantly lower in the
mutant strain colonizing the infant than in the mother strain,
especially after incubation in blood (Fig. 4). Thus, the mutation in
the poly(A) tract might have allowed GBS in the child to evade the
protection provided by the antibodies transmitted from the
mother.

Although the main focus of our work was characterizing GBS’s
transition from commensal to invasive after mother-to-child
transmission, particular cases of infection in the mother were also
part of this study, contributing to a better understanding of the
pathology of GBS outside the context of neonatal disease. In this
regard, two samples obtained from women diagnosed with septi-
cemia (pairs 12 and 18) revealed parallel mutations in sugar trans-
port systems, namely, altering glucose- and trehalose-specific PTS
enzyme-encoding genes. Owing to the unique nutritional compo-
nents in the mother’s bloodstream, variations in metabolism-re-
lated mechanisms might provide a better adaptation of these
clones and promote their progression to disease. Experimental
results hinted at a functional effect of the mutation in the gene
encoding a glucose-specific PTS enzyme (ptsG), showing different
levels of expression in the mother (mother 12) and child (child
12-2) strains recovered from blood cultures (Fig. 3).

By combining the allelic profile with the available clinical in-
formation (i.e., the sampling date and body site from which the
GBS strain was isolated), we are able to hypothesize the most likely
direction of GBS transmission between the mother and child
within each pair (Fig. 5). In pairs 7 and 11, however, the mother
and child strains belong to distantly related lineages (Fig. 1 and
Table 1). Genomic analyses showed no indication of the mixed
presence of both clones in either the mother or the child samples.
In pair 7, both strains were obtained solely from blood cultures, so
it is unknown whether the mother’s vaginal tract was colonized by
the strain that contaminated her child. Conversely, the distinct
strains from pair 11 were obtained from the vaginal tract of the
mother and a blood culture of her child, suggesting that there was
no mother-to-child transmission. Therefore, GBS colonization
might have occurred through contamination by another carrier.
Apart from these unique situations, in five pairs (4, 12, 15, 18, and

19), both the collection date (at birth or just after) and the origin
of the sample (blood culture or vaginal fluid) are in favor of mother-
to-child transmission of GBS (Fig. 5), which is acknowledged as
the most frequent form of contamination. Intriguingly, three mu-
tant GBS strains (pairs 2, 10, and 14) were collected from the
mother’s milk after the child’s birth (110, 16, and 33 days, respec-
tively). This indicates that the mutations identified in the GBS
sample from the mother occurred after colonization of the infant
by the wild-type variants, raising the possibility that the child con-
taminated the milk through breastfeeding (Fig. 5). In agreement
with this hypothesis, previous studies have shown that the micro-
bial composition of human milk may be shaped by multiple
sources, including the baby’s oral microbiome (70). Alternatively,
it is also possible that the milk was colonized independently by a
GBS strain from the mother herself. In fact, in pair 10, the vaginal
sample from the mother was also positive for the same GBS strain
infecting her child, whereas in pairs 2 and 14, no additional body
sites of the mother were sampled. If the wild-type variant initially
colonized the mother’s milk, these strains might have mutated
independently in the mammary gland after having been transmit-
ted to the baby. To summarize, we provide new findings regarding

FIG 5 Transmission pathways between GBS samples. Graphical representa-
tion of the most likely transmission route hypothesized for each pair of GBS
samples. The colonization site and whether it corresponds to a situation of
carriage or disease are represented by different shapes and colors according to
the key. The arrows indicate the presumed direction of transfer inferred from
the clinical information available together with the number of mutations de-
termined in the mother and child GBS samples. Polymorphic variants, present
in �97% of the population sampled, are indicated by asterisks. When the child
was diagnosed with EOD and sampled at the time of birth, even if the mutant
strain was retrieved from the mother, we assumed mother-to-child transmis-
sion. Ambiguous transmission direction is indicated by a double-headed ar-
row. D. L. indicates that the two strains belong to distinct lineages, so the origin
of the newborn GBS clone is unknown.
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the pathogenesis and etiology of neonatal GBS infections by ana-
lyzing the in vivo diversity and evolution of clones in carriage and
disease. Ultimately, this shows that the transient colonization of
neonates by GBS elicits a particular adaptation and evolution of
this species that might underlie its switch from commensal to
pathogen.
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