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Abstract 

Endocarditis, or heart valve infection, can be caused by a number of pathogens, 
many of which are Gram-positive bacteria. The diagnosis is based on imaging 
techniques such as echocardiography and on blood culture. The implementation of 
fast and accurate species identification methods, such as the matrix-assisted laser 
desorption/ionisation-time of flight mass spectrometry (MALDI-TOF MS) in 
routine use for bacteria found in blood culture, has meant that bacteria previously 
thought to be rare have become increasingly recognised in the clinic. Some of 
these newly recognised bacteria are the aerococci, a genus of bacteria consisting of 
eight identified species, first identified in 1956. Other areas where MALDI-TOF 
MS and other new bacteriological methods have been helpful are the 
differentiation between the groups of NBHS (non-beta-haemolytic streptococci), 
also known as alpha streptococci, and in the identification of other Gram-positive 
cocci such as Abiotrophia, Gemella, and Granulicatella. 

This thesis consists of six different studies on endocarditis and endocarditis-
causing Gram-positive bacteria. The first of these covers Aerococcus urinae. 
Using mass spectrometry, two distinct LPATG-anchored proteins named Asp 1 
and Asp 2 were identified on the surface of the bacterium. The presence of these 
proteins was also confirmed using antibodies generated against recombinantly 
expressed Asp 1 and Asp 2. After sequencing 25 A. urinae genomes, six different 
variants of asp genes, named asp1-6, were found. All sequenced isolates contained 
one or two of these asp-genes located in the same region of the chromosome 
designated Locus Encoding Aerococcal Surface Protein (LASP). 

The possible synergy between benzylpenicillin and gentamicin against bacteria has 
long been an argument used in guidelines recommending combination therapy in 
infective endocarditis (IE). Two of the studies in this thesis look at this, one of 
which also describes the characteristics of IE caused by aerococci. Bactericidal 
synergy was shown against 14 of 24 streptococcal isolates and against 7 of 15 
tested aerococcal isolates. The characterisation of aerococcal IE (based on data 
from the Swedish Endocarditis Registry) showed, amongst other things, that the 
mean age was significantly higher than in IE caused by NBHS or Staphylococcus 
aureus. 

By using a cohort of Swedish patients with NBHS-bacteraemia with or without IE, 
the HANDOC score was constructed: one point given for heart murmur or heart 
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valve disease (H); one point given for an aetiology of Streptococcus bovis-group, 
Streptococcus sanguinis-group, or Streptococcus mutans-group, and one point 
subtracted for Streptococcus anginosus-group bacteraemia (A); one point added if 
the number of positive blood cultures was two or more (N); one point added for a 
duration of symptoms of seven days or more (D); one point if only one species 
was present in the blood culture (O); and one point added for a community-
acquired infection (C). Using a cut-off of two points, the sensitivity was 100% for 
detecting IE and the specificity was 76%. The HANDOC score was then validated 
in a second cohort of Danish patients with NBHS in blood culture. The HANDOC 
score and the previously published DENOVA score (originally developed to 
distinguish IE from non-IE in enterococcal bacteraemia) were then applied in 
cases of bacteraemia with Aerococcus, Abiotrophia, Gemella, and Granulicatella. 
The sensitivities of HANDOC and DENOVA were 97% and 93%, respectively, 
with specificities of 85% and 90%. Thus, HANDOC can possibly be used to 
decide whether or not to perform IE diagnostics in cases of NBHS bacteremia, and 
both HANDOC and DENOVA can possibly be used for the decision to perform IE 
diagnostics in cases of bacteremia with Aerococcus, Abiotrophia, Gemella, or 
Granulicatella. 



17 

Introduction 

The work included in this thesis is diverse but the general theme of endocarditis 
and endocarditis-causing organisms is a connecting thread. Ever since the 
beginnings of bacteriology in the 19th century, there has been an aim to 
differentiate and classify bacteria. Even though the famous postulates by Robert 
Koch have been modified and adapted, the underlying line of thought that different 
pathogens cause different diseases still remains relevant1. In recent decades, there 
has been great improvements in the technology used to identify bacteria, leading to 
a number of species being identified in clinical samples that were previously 
thought to be very rare. Despite this, the finding of newly discovered or re-
classified bacterial species or subspecies has not always led to an increased 
understanding about the diseases they cause or the way they do so. In this thesis, 
the overall aims are thus to describe the characteristics of several similar bacteria 
and the diseases that they cause. They all share the characteristics of being bacteria 
that were rarely identified in clinical practice until recently (making them 
emerging pathogens) or bacteria where detailed classification was not possible or 
considered necessary until recently. 
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Bacteriology and bacteriological 
methods 

In clinical bacteriology, a major goal is to detect and identify the pathogenic 
bacteria causing an infection and to determine what antibiotic treatment is likely to 
be effective against them. This chapter will describe methods that are used to this 
end in clinical bacteriology (especially as pertaining to the Gram-positive bacteria 
studied in this thesis) as well as some background on methods used in 
experimental bacteriology. 

Species identification 

The Gram stain 
The Gram stain was originally described in 1884 by the bacteriologist Hans 
Christian Gram. It involves staining the bacteria with crystal violet, adding iodine 
which binds to crystal violet and traps it in the cell. Ethanol or acetone is then 
added to decolorize. A counterstain (usually safranin) is then added. Gram-
positive bacteria are those that retain the original crystal violet stain whereas 
Gram-negative bacteria lose the crystal violet during decolorization and only 
retain the counter stain.2. Just as Gram-negative bacteria are diverse, Gram-
positive bacteria constitute a diverse group of bacteria that still have several 
characteristics in common. Morphologically, Gram-positive bacteria share the 
basic components of the cytosol, the cell membrane, and an outer cell wall. This is 
a main morphological difference from Gram-negative bacteria which have two 
membrane layers and a much thinner wall in between3,4. The thicker cell wall of 
Gram-positive bacteria contains peptidoglycan, and is the reason for Gram-
positive bacteria retaining the Gram stain and Gram-negative bacteria not doing 
so5. 
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Blood culture procedures 
Culturing bacteria from blood is the most common way of detecting bacteraemia, 
and can combine bacterial detection with species (and subspecies) determination 
and antibiotic sensitivity testing. For intravascular and cardiac infections, as well 
as infections originating at other sites where bacteraemia is suspected, taking at 
least two sets of blood cultures is recommended. A set generally consists of one 
aerobic and one anaerobic culture bottle6,7. As approximately 10 ml of blood is 
recommended to be used per bottle, this equals 40 ml of blood for bacterial 
culturing6. The volume of blood taken is important, and many studies have shown 
the relationship between the volume of blood taken and the likelihood of finding 
the pathogen in question8–10. The blood culture bottles are then incubated at 35-
37oC for 5 days. In the systems used at Skåne University Hospital (BacT/Alert 
from bioMérieux for the years 2009-2014 and BACTEC FX from Becton 
Dickinson from December 2014 and on), CO2 levels in the bottles are detected by 
a sensor and the system gives an alert when it detects increased levels of CO2 
indicating growth of bacteria. The procedure then involves direct Gram staining of 
the blood culture broth as well as inoculation into blood agar, chocolate agar, and 
agar plates optimized for anaerobic growth. Even though species identification is 
sometimes possible directly from the blood culture broth, the amplification step on 
agar is often necessary for species identification and for antibiotic sensitivity 
testing6. 

MALDI-TOF MS 
MALDI-TOF MS stands for Matrix-Assisted Laser Desorption Ionisation - Time 
Of Flight Mass Spectrometry. MALDI was first used in the 1980s to identify small 
molecules, with Tanaka et al. describing protocols for ionising larger proteins in 
1987 11–13. The principle behind MALDI-TOF MS is that the analyte (a sample 
from a bacterial colony in the clinical use of MALDI-TOF MS) is placed on a 
metal plate together with a matrix consisting of a saturated solution of a low-mass 
organic compound, often an acid. The sample is then irradiated with a laser beam. 
This causes the ionization of the analyte and a sublimation to gas phase. The 
ionized molecules are then analysed using the mass spectrometer, with the time of 
flight being used to sort the molecules by weight. This procedure is repeated many 
times per sample, with the laser targeting different parts of the spot formed by the 
analyte and matrix. This means that an average of the sample can be calculated 
and matched against a database of protein profiles for different species14. 

 The introduction of MALDI-TOF into routine use in clinical bacteriology 
represented a big shift in species identification. Before its introduction, the main 
way of identifying bacteria in culture (whether blood culture as described above, 
or bacteria cultured from urine, sputum or other sources) was based on Gram stain 



21 

followed by phenotypical characterisation consisting mainly of colony 
morphology and the ability to tolerate different environments such as high salt 
concentration, the ability to utilise different carbon sources, and enzymatic 
activities. This process yielded quite good exactness in many cases, but had 
difficulties in identifying some bacterial species, and was time consuming to 
perform. The use of MALDI-TOF MS has shortened the time it takes to get 
species determination, enabled the possibility to routinely identify species that 
were not possible to identify before, and decreased the granularity of bacterial 
species identification in clinical microbiology14–18. 

Sequencing 
Sequencing is the use of various methods to determine the nucleotide sequence of 
a DNA or RNA molecule such as a chromosome, plasmid, or ribosome. Though 
there were methods used to determine RNA sequences in the early 1970s and a 
whole gene of a bacteriophage was determined in 197219, the first reliable method 
for DNA sequencing was the so-called chain termination method (or Sanger 
sequencing) described in 1977. In this method, the sequence is obtained by using a 
single-stranded DNA fragment, a primer binding to the DNA at the site where 
sequencing should begin, and four separate solutions containing all four dNTP 
(deoxynucleotide triphosphate) as well as one of four di-deoxynucleotide 
triphosphates (ddTTP, ddATP, ddGTP, or ddCTP), and a DNA polymerase. When 
the polymerase adds nucleotides to the single-stranded DNA, it will stop when it 
adds a ddNTP instead of dNTP and the DNA chain will end, giving fragments of 
various lengths. The ddNTP can be labelled in various ways to enable 
determination of what nucleotide is at the end of the sequence. This means that the 
nucleotide sequence of the DNA molecule can be determined in an accurate way20. 

16S rRNA sequencing is a very important application of sequencing in clinical 
bacteriology. The 16S rRNA is the RNA of a component of the small subunit of 
the prokaryotic ribosome and is present in all bacteria. Due to this and the fact that 
the 16S rRNA is mostly species specific, sequencing of it both makes it possible to 
detect bacteria in clinical samples even after antibiotics have made culturing 
difficult and to determine the species of the bacteria21–23. When the goal is to 
separate more closely related species, 16S RNA sequencing sometimes has 
problems identifying which species it is. In those cases, multilocus sequence 
typing (MLST) is an alternative. MLST involves sequencing multiple loci, usually 
housekeeping genes, which can enable an accurate species identification even 
between closely related species and in cases of horizontal transfer of genes. The 
data from the typing is then compared to a database of know sequences from 
different species and subspecies to generate the probability that the sample belongs 
to a given species24,25. 
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Sequencing the whole genome of an organism is sometimes done to provide even 
more detail than is provided by MLST. The introduction of so-called next 
generation sequencing techniques has changed both research and clinical 
bacteriology in regard to this. Though the specific protocols differ between 
methods, the main benefit compared to chain termination sequencing is the much 
higher throughput compared to chain termination sequencing (in some cases at the 
cost of more errors), and many methods (such as Illumina sequencing) use a 
synthetisation technique instead of hybridisation to achieve this26–28. 

Antibiotic sensitivity testing 
Resistance to antibiotics is an increasing problem in treating infectious diseases, 
and has been declared by the World Health Organization to be one of the top three 
most important health issues29. Due to the fact that bacteria (both on the species 
level and individual isolates) have differing levels of susceptibility to different 
antibiotics, due to either intrinsic antibiotic tolerance or to acquired resistance, 
testing of antibiotic sensitivity is a central part of clinical bacteriology30. While 
antibiotic resistance is not a general problem when treating the bacteria discussed 
in this thesis such as, Aerococcus, Gemella, Granulicatella, Abiotrophia and the 
non-beta-haemolytic members of Streptococcus, antibiotic susceptibility still 
varies. In this chapter, aspects of antibiotic sensitivity testing and antibiotic 
synergy as pertaining to substances relevant to the studies in this thesis will be 
covered. 

General principles and guidelines 
The testing of antibiotic susceptibility of a microbial sample is done ex vivo in 
clinical practice and shows how well the antibiotic substances can hinder bacterial 
proliferation. The clinician who receives the results from the susceptibility testing 
is generally concerned whether or not the patient with the infecting organism will 
be cured when given a certain antibiotic. These are two similar but not identical 
aspects that form one of the important foundations for designing, performing and 
interpreting antibiotic susceptibility tests. 

Susceptibility testing can be done in liquid media (broth) or on solid media (agar), 
and can look at the inhibition of growth (inhibitory effect) or on the killing of 
bacteria (bactericidal effect). Broth dilution was the original way of determining 
antibiotic susceptibility and is still in use31 The method involves two-fold dilutions 
of antibiotic (e.g., 4, 2, 1, 0.5, 0.25 µg/mL) in a broth capable of sustaining 
bacterial growth. A standardised bacterial inoculum is then added to the tubes. 
After incubation at appropriate conditions, bacterial growth can be seen as 



23 

turbidity in the medium. The lowest antibiotic concentration that inhibits growth is 
the minimal inhibitory concentration (MIC). The European committee on 
antibiotic susceptibility testing (EUCAST) has guidelines recommending how to 
perform susceptibility testing, both when a specific protocol exists for the bacteria 
(such as NBHS and Aerococcus) and when there is no genus- or species-specific 
protocol (such as for Granulicatella, Gemella or Abiotrophia). For fastidious 
organisms, such as Aerococcus or Streptococcus, MH-F agar or broth is 
recommended for susceptibility testing. This is Mueller-Hinton medium 
supplemented with 5% defibrinated horse blood and 20 mg/ml β-NAD (β-
nicotinamide adenine dinucleotide). Incubations are to be performed in an 
atmosphere with 5% CO2 and at 37oC32. 

 
Figure 1. Etest inhibiting growth at higher antibiotic contentrations but allowing growth at lower concentrations. 

The main ways of testing on agar are the antimicrobial gradient method and the 
disk diffusion test. The antimicrobial gradient method employs a plastic or paper 
strip imbued with an antibiotic with a concentration gradient along its length. 
When this strip is placed on an agar plate with a standardized inoculum of bacteria 
and incubated at appropriate conditions, the MIC is detectable as the intersection 
of the inhibition zone and the growth zone at the strip. Testing antibiotic 
susceptibility using the disc diffusion method is similar. In this method, several 
discs infused with a specific antibiotic each at a standardised concentration is 
placed on an agar plate with a bacterial inoculum. After incubation, the zones of 
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inhibition are measured to the nearest millimetre. This gives a qualitative 
measurement of antibiotic susceptibility (susceptible, intermediate, or resistant) 
rather than an exact MIC value33,34. 

Penicillin and aminoglycosides 
The antibiotic properties of penicillin was originally discovered by Alexander 
Fleming who noted that the growth of Staphylococcus was inhibited around 
colonies of Penicillum mould on an agar plate35. The mode of action involves the 
inhibition of the D-alanine carboxypeptidase mediated through the beta-lactam 
ring, thus inhibiting cell wall synthesis36,37. One of the commonly used penicillin 
molecules is benzylpenicillin (also known as penicillin G), which is mostly 
effective against Gram-positive bacteria. As it is inactivated by gastric acid, it is 
administered intravascularly. Due to its high plasma concentration, it is used for 
infections such as endocarditis. However, since it is susceptible to beta-lactamases 
produced by some bacteria, resistance testing is important. Pharmacologically, the 
bactericidal effect is correlated with the time the antibiotic concentration is above 
the MIC value. Due to this, the dosing schedules often aim to spread the doses 
evenly during the day rather than maximising the peak concentration38. 

Another class of antibiotics are the aminoglycosides, of which gentamicin is one, 
originally derived from actinomycetes39. The antibacterial action of 
aminoglycosides comes from the binding to the16S rRNA of the ribosome40. This 
causes mistranslation and thus error-prone protein synthesis with polypeptides 
formed using the wrong amino acids. These are then released and can cause 
damage to the cell membrane and elsewhere41. The aminoglycosides have a poor 
bioavailability when taken orally and are thus given intravenously. Bactericidal 
effect is an effect of the area under the curve (AUC) of the concentration. Due to 
this and the fact that detrimental side effects such as nephrotoxicity are more 
frequent when aminoglycosides are given as multiple doses, the usual regimen is a 
single-dose-daily schedule39,42. 

Antibiotic synergy 
The concept of antibiotic synergy is not a new one and refers to cases when the 
effect of a combination of antibiotics is a large increase in bactericidal or 
bacteriostatic activity compared to each antibiotic substance in isolation 43,44. 
Testing of bactericidal synergy can be done using so-called time-kill assays where 
a bacterial inoculum is placed in nutrient broth with different concentrations of the 
tested antibiotics in combination and alone. The killing of bacteria is then 
measured by subculturing the bacteria at different time points. Another method 
using nutrient broths is the checkerboard assay. In this method, tubes of liquid 
media (or wells in a microtitre plate) are organised in a square with the 
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concentration of one antibiotic decreasing from left to right and the concentration 
of the other antibiotic decreasing from top to bottom. The MIC values of each 
antibiotic alone and in combination can be elucidated from the inhibitory zone and 
the FIC value (fractional inhibitory concentration) of each antibiotic can be 
calculated. The formula for the FIC value for antibiotic A is FICA=MICA+B/MICA, 
for antibiotic B the formula is thus FICB=MICB+A/MICB. The sums of FICA and 
FICB are added to give the FICI (fractional inhibitory index) which is an indication 
of the degree of inhibitory synergy. FICI is also possible to measure on solid 
medium such as agar plates. Antibiotic gradient strips can be used in this method 
and placed on top of each other in various combination, or with one antibiotic 
being infused in the agar and the other placed as an antibiotic gradient strip or an 
antibiotic diffusion disk44–47. 

Synergy between aminoglycosides, such as gentamicin, and penicillin, such as 
benzylpenicillin, has been shown against streptococci and enterococci48–53. The 
proposed mechanism is a weakening of the cell wall by penicillin, enabling more 
aminoglycoside to enter the bacterial cell54. There has been criticism of the 
methods mentioned above, pointing out problems such as the theoretical difference 
between inhibition of growth and killing, and the fact that two antibiotics with 
different pharmacokinetic and pharmacodynamic properties might not be present 
at relevant conditions for long in vivo even if they show synergy in vitro55. 
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Classification of Gram-positive 
bacteria 

The cell wall of Gram-positive bacteria is made up of peptidoglycan with 
lipoteichoic acid interspersed in the inner part of the cell wall (and linking it to the 
membrane) and wall teichoic acid in the outer part of the cell wall56–58. Many Gram-
positive bacteria have proteins that are anchored to the cell wall, and a common 
factor of these proteins in species related to Staphylococcus and Streptococcus is the 
LPXTG sequence in the C-terminal end59, a signal peptide,  a hydrophobic portion, 
and a charged tail60,61. These, collectively, are the cell wall sorting signal, which is 
highly conserved62. The sorting signal is recognized by sortase, a membrane-
associated enzyme that cleaves the peptide bond between the threonine and glycine 
residues and covalently binds the threonine to the peptidoglycan60,63. Other variants 
of cell surface proteins in Gram-positive bacteria are transmembrane proteins, 
lipoproteins covalently attached to membrane lipids, and cell wall proteins attached 
to cell wall domains through other methods than LPXTG-domains64. Regardless, 
many proteins considered virulence factors are LPXTG proteins, such as protein M 
and GRAB in Streptococcus pyogenes and protein A in Staphylococcus aureus65–69. 

 
Figure 2. Cladogram of the bacterial genuses discussed in the thesis 
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Aerococcus - a little known genus 
Aerococcus is a genus of Gram-positive bacteria in the Lactobacillales group. 
They were originally isolated from dust in 1953, with the type species being 
Aerococcus viridans. Aerococcus in clusters are morphologically similar to 
staphylococci but unlike them, aerococci are catalase-negative, and the colonies 
produced on blood agar are similar to those of streptococci70. In 1989, a new 
species called Aerococcus urinae (initially described as an Aerococcus-like 
organism) was described and was found to cause urinary tract infections and 
sepsis71–74. Since then, further species such as A. sanguinicola75, A. christensenii76, 
A. urinaehominis77, A. urinaeequi78, A. suis79, and A. vaginalis have been found80.

A. urinae was thought to be a very rare cause of human infection and was rarely
identified. One cause of this might have been the fact that they are
morphologically similar to staphylococci when grown in liquid medium and
similar to alpha-haemolytic streptococci when grown on blood agar81.
Furthermore, the Vitek system frequently misreports A. urinae as A. viridans,
while the API system and BBL-Crystal-GP provided a more certain identification.
Both Vitek and API have problems with identifying A. sanguinicola82,8384.
Sequencing the 16S rRNA gene or intergenic spacer regions is a precise method
for identifying the different Aerococcus species and separating them from each
other85, but MALDI-TOF MS has been shown to be a very accurate method that is
quicker and more easily used in a clinical laboratory86,87.

Since A. viridans was first discovered, it has been shown that different subspecies 
can cause infections in lobsters (gaffkaemia), turtles, pigs, and cows, as well as 
reports of human infections88–95, though the validity of species determination in 
case reports of human infections has been put into question96. Nevertheless, some 
case reports show infections with A. viridans where the species identification is 
certain97,98. 

The virulence factors of aerococci are mostly unstudied, but some data exist. It has 
been shown that A. urinae and A. sanguinicola can produce biofilm and cause 
antibody- and fibrinogen-dependent platelet aggregation 99,100. Genetic homologs 
for capsular polysaccharides have been identified in A. urinae and A. 
sanguinicola101, and a capsule has been identified in strains of A. viridans that 
have infected lobsters89. 

A. urinae has been shown to colonize the urinary tract of people with a urinary
catheter, and the genital area and urinary tract might be the natural habitat of the
species102. There have been many reports of aerococci causing urinary tract
infection in adults71,82,83,103–106, but cases of malodorous urine in otherwise
symptomless children have also been identified107,108. Cases of more severe
infection such as endocarditis100,103,109–113, spondylitis114,115, arthritis and other types
of invasive infection have also been described100,113,115,116. The median age of
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patients with infections by A. urinae and A. sanguinicola is quite high, with a 
median age of over 80 being reported in most studies100,106,113,115. 

Though initial studies suggested that A. urinae was resistant to trimethoprim, this 
might be due to the medium used when testing82,117–119. Urinary tract infections due 
to aerococci seem to recover clinically and microbiologically at slightly lower 
frequencies than infection due to other pathogens such as Escherichia coli, 
something that might be due to the patients with aerococcal urinary tract infections 
being older. Another possibility is that the aerococci might tolerate the antibiotics 
better despite in vitro testing showing them as sensitive, possibly due to biofilm 
formation102,106. Strains of both A. urinae and A. sanguinicola are generally very 
sensitive to penicillin, and have low MIC for cephalosporins and 
carbapenems84,119–123. Bactericidal synergy between penicillin and gentamicin 
against A. urinae has been shown in case reports, though later more robust 
investigations have shown that synergy is not universal111,112. 

Abiotrophia and Granulicatella - nutritionally variant 
Abiotrophia and Granulicatella were originally identified as so-called nutritionally 
variant streptococci and were considered part of the alpha-haemolytic streptococci 
until they were moved to the genus Abiotrophia in 1995, and then split into 
Abiotrophia and Granulicatella in 2000124–126. They lack Lancefield antigens but 
are serotypeable, with different species generally reacting to specific types of 
serum127. Invasive infection in humans has been described with A. defectiva, G. 
elegans, G. adiacens, and G. para-adiacens128–130. Species identification has 
traditionally been regarded as difficult131–135 and correctly identifying the species 
in clinical samples has been shown to be more effective when methods such as 
16S rRNA sequencing or, more recently, MALDI-TOF MS have been used in 
addition to or instead of traditional phenotypical classification129,136–138. 

Both Granulicatella and Abiotrophia are part of the oral flora and have been found 
to cause diverse invasive infections 131–135. Abiotrophia has been reported in 
infections ranging from endocarditis, spondylitis, and joint infections to central 
nervous system infections and keratitis131,139–144. Granulicatella is also known to 
cause invasive infections with a predilection for endocarditis, but is also a cause of 
meningitis, brain abscesses, implant associated infections, and osteomyelitis with 
many infections appearing after dental treatment145–150. The ability to cause 
endocarditis as well as osteomyelitis and implant associated infections might be 
connected to biofilm formation or to the ability of G. adiacens to bind fibrinogen 
151–155. 

Biofilm formation also affects the antimicrobial susceptibility, with sensitivities 
for both beta-lactam antibiotics and others decreasing greatly in the biofilm. In 
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planktonic phase, G. elegans is generally susceptible to penicillin, with G. 
adiacens and A. defective being less sensitive. Ceftriaxone has shown good effect 
against A. defectiva and G. elegans but not G. adiacens, with all three species 
being sensitive to vancomycin. They are also often sensitive to amoxicillin and 
ampicillin152,156–158. 

Table 1. List of non-beta-haemolytic Streptococcus (NBHS) species and their commonly accepted group 
classifications 

Group Species 

Mitis S. mitis 

S. pneumoniae 

S. pseudopneumoniae 

S. oralis 

S. peroris 

S. infantis 

S. australis 

S. parasanguinis 

Sanguinis S. sanguinis 

S. gordonii 

S. cristatus 

Anginosus S. anginosus 

S. constellatus 

S. intermedius 

Salivarius S. salivarius 

S. thermophilus 

S. vestibularis 

Mutans S. mutans 

S. sobrinus 

S. ratti 

S. macacae 

Bovis S. gallolyticus 

S. infantarius 

S. equinus 
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Streptococcus - not only beta-haemolysis 
Bacteria of the genus Streptococcus have long been known to cause infections. 
Though they are Gram-positive and in the Lactobacillales family, there have been 
numerous ways of classifying them such as the Lancefield system of carbohydrate 
antigens159, dividing them into α-haemolytic, β-haemolytic, and γ-haemolytic 
streptococci, as well as taxonomy based on the genetic similarity of the 
species160,161. The streptococci that are relevant to this thesis are mainly those that 
are α-haemolytic or γ-haemolytic, that is: non-β-haemolytic streptococci (NBHS). 
The phenotypic methods based on haemolysis and Lancefield antigens are still in 
common practice but have problems that are apparent upon a closer look. Species 
such as S. pyogenes are easy to classify as they uniformly express Lancefield A 
antigen and are β-haemolytic, the haemolysis being mediated through secreted 
streptolysin S and streptolysin O159,162,163. 

The NBHS are generally harder to classify using haemolysis and Lancefield 
antigens grouping systems, and there is not always consensus on what bacteria to 
include in different groups160. The bacteria in the S. anginosus group (also known 
as the S. milleri group) are an illustrative example of this. Some isolates 
considered to be S. anginosus have shown β-haemolysis, some α-haemolysis, and 
some show no haemolysis at all. These isolates can also have group A, C, G, or F 
Lancefield antigens, with some isolates having none at all164,165. Species that are 
considered to be in the S. anginosus group are S. anginosus, S. constellatus, and S. 
intermedius166. 

The question of which species to include in the S. mitis group has practical 
considerations as the spectrum of diseases they cause differ.167–171. Bacteria 
commonly included in the S. mitis group are S. mitis, S. pneumoniae, S. 
pseudopneumoniae, S. oralis, S. peroris, S. infantis, S. australis, S. 
parasanguinis172. S. massiliensis is sometimes placed in the S. mitis group, and S. 
sanguinis, S. gordonii, and S. cristatus are sometimes considered to be in the S. 
mitis group but are lately often placed in the separate S. sanguinis group (or S. 
gordonii group)171–173. MALDI-TOF MS has been useful in differentiating the 
different species in the group174,175.  

Both the S. salivarius group (consisting of S. salivarius, S. vestibularis, and S. 
thermophilus) and the S. mutans group (consisting of S. mutans, S. sobrinus, and 
S. rattus) are NHBS that are part of the normal flora and represent bacteria where 
the species determination by MALDI-TOF has improved during the recent 
years176–178. 

The S. bovis group share the D group antigen, and species that are generally 
considered to be in the S. bovis group are S. gallolyticus, S. infantarius, S. bovis, S. 
pasteurianus, S. equinus, S. macedonicus, and S. lutetiensis179–181. 
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Figure 3. Relationship between the Streptococcus groups described in the thesis171,173,176 

S. anginosus group bacteria are commonly found in the oral cavity as part of the
normal flora, but also as parts of the gastrointestinal and genitourinary flora182,183.
Haemolysis is mediated by streptolysin S (in strains with β-haemolysis) which has
a high level of similarity to streptolysin S from S. pyogenes184 whereas
intermedilysin from S. intermedius is similar to streptolysin O185. Common
infections caused by S. anginosus-group bacteria are soft tissue infections and
liver abscesses186, but cases of IE also occur167,187.

The S. mitis group of streptococci have been have also been regarded as NBHS 
with a propensity to cause IE, but with the division of the former group into the S. 
mitis group and the S. sanguinis group (where S. sanguinis is known to produce 
biofilm) it is clear that the propensity to cause endocarditis is higher in the S. 
sanguinis group 167–171,188,189. S. pneumoniae is a common cause of pneumonia and 
is also known for causing meningitis. The closely related S. mitis is a part of the 
oral flora and a rarer cause of invasive disease and lacks some of the virulence 
factors present in S. pneumoniae190,191. The capsule that is present in S. 
pneumoniae is one of these differences, though there have been findings that 
indicate that S. mitis in some cases may express a capsule and that the type of 
capsule might be of importance in infections192–194. 

Both the S. salivarius group and the S. mutans group  are part of the oral flora176. 
While S. salivarius (together with S. sanguinis, S. mitis) is associated with plaque 
formation195, S. mutans (and to some degree S. salivarius) is associated with caries 
and is a producer of biofilm176,196,197. Both S. salivarius group and S. mutans group 
streptococci have been reported to cause IE, with S. mutans seeming to be more 
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likely to do so167,170,188,198. Other types of invasive infections that have been noted 
are meningitis and joint infections199–202. 

The S. bovis group of streptococci is somewhat of an outlier compared to other 
NBHS in that it is found in the gastrointestinal tract in addition to the oral 
cavity203. An association between S. bovis group bacteria and gastrointestinal 
malignancies has been known for a long time204, though the extent of the 
association and what types of malignancies are associated has been debated203,205–

207. Similar to other types of NBHS the S. bovis group is an important cause of IE, 
both with and without valve prostheses170,208–210. 

The NBHS have many similarities, but also important differences such as 
penicillin non-susceptibility being more common in the S. mitis and S. salivarius 
groups whereas the S. anginosus, S. sanguinis, and S. bovis group have been found 
to be very susceptible. The NBHS are also generally susceptible to clindamycin 
and vancomycin211–213. 

Gemella - the odd one out 
Gemella was originally identified as a separate genus in 1961 when Gemella 
haemolysans was separated from Neisseria where it had originally been placed. 
The separation was based on Gemella being oxidase-negative, and they were 
defined as Gram-negative, facultatively aerobic and oxidase-negative cocci 
growing in pairs214,215. It was later found to be able to retain Gram stain and to 
have an architecture resembling Gram-positive bacteria, though with a somewhat 
thin cell wall216,217. Gemella has had many different places in the tree of taxonomy, 
with the type species G. haemolysans originally being considered to be one of the 
streptococcaceae216, and what is now classified as G. morbillorum was previously 
classified as S. morbillorum218. It is now placed amongst the bacilli, though it 
nevertheless has several similarities to the bacteria in the lactobacillales genus219. 
At the time of writing, seven species of Gemella have been identified in humans: 
G. haemolysans, G. bergeriae220, G. morbillorum218,221, G. taiwanensis222, G. 
asaccharolytica223, G. parahaemolysans222, and G. sanguinis224. 

Though they are a part of the normal oral flora134,225–228, both G. haemolysans, G. 
bergeriae, G. sanuinis, G. taiwanensis, and G. morbillorum have been reported to 
cause endocarditis229–237. Gemella is also known to cause abdominal abscesses, 
ocular infections, spondylodiscitis, joint infections, and spinal and cerebral 
infections238–245. 

Gemella are generally sensitive to beta-lactam antibiotics and aminoglycosides but 
resistance to macrolides and lincosamides has been found246,247. 
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Some aspects of infective 
endocarditis 

Infective endocarditis (IE) is a disease that has been recognised for quite some 
time, with a theory proposed by Sir William Osler in his 1885 Gulstonian Lectures 
that susceptible patients acquired a “mycotic” growth with spread of the 
microorganisms to other parts of the body248. It is one of the many forms of 
invasive bacterial infection, with a mortality close to 100% before the introduction 
of antibiotic treatment, and with a mortality of 15-20% even now249,250. The key 
feature of it is an infection of the heart valves (either native or prosthetic), the 
endocardium, or an indwelling cardiac device251. Even though blood is 
traditionally seen as a sterile site, the cardiac endothelium is regularly exposed to 
bacteria during activities such as tooth-brushing252. Normally, it is able to 
withstand the bacteria encountered during these episodes. If endothelial injury is 
present, the release of cytokines and tissue factors may cause a thrombus to form, 
allowing bacterial adherence and thus starting the endocarditis253. As the bacterial 
growth continues, additional damage to the endothelium occurs, starting new 
cycles of thrombus formation and the formation of a vegetation. There is also 
speculation that some bacteria also form a biofilm (a structured matrix of 
polysaccharides, DNA, and proteins), which helps with adherence and can 
increase the tolerance to antibiotics. In cases of endocarditis on prosthetic valves, 
the presence of biofilm is less controversial254,255. 

Epidemiology and microbiology 
While endocarditis remains potentially deadly, the incidence is relatively low at 3-
10 cases per 100 000 persons per year256–259. A difference in the epidemiology of 
endocarditis exists between high- and low-income countries, with rheumatic heart 
disease being a much more common risk factor in some low- and middle-income 
countries260,261. The patients are often younger and the endocarditis caused by 
streptococci from the oral flora, which contrasts to patients in high-income 
countries where instead Staphylococcus aureus is the most common cause of 
IE169,262–265. 

Cardiac prostheses such as prosthetic valves are a major risk factor for IE, and 
prosthetic valve endocarditis is an increasing problem in high-income countries. 
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Other foreign bodies such as pacemakers and implantable cardioverter-
defibrillators (ICD) are also an increasingly common risk factor for IE in high-
income countries 256,266,267. The microbial spectrum is somewhat different in high-
income countries as compared to low-income ones, with most studies describing S. 
aureus as being the most common cause of IE and with streptococci as the second 
most common group169,250,258,268–270. The streptococci most commonly associated 
with IE are the so-called viridans group streptococci (including Streptococcus 
mitis, Streptococcus mutans, Streptococcus sanguinis, Streptococcus anginosus, 
and Streptococcus salivarius) and the group D streptococci (including amongst 
others Streptococcus bovis)251,271, but other streptococci such as S. dysgalactiae are 
also found272. The third main group of bacteria causing IE is the enterococci with 
most cases being caused by E. faecalis251. More uncommon causes causing IE are 
the Gram-negative bacteria in the HACEK group (consisting of the Haemophilus, 
Aggregibacter, Cardiobacterium, Eikenella, and Kingella genera)273, and Gram-
positive bacteria such as Abiotrophia, Aerococcus, Corynebacterium, Gemella, 
and Granulicatella 112,138,274–278. 

Diagnosing endocarditis 
The diagnosis of IE is based on a combination of clinical findings, microbiological 
data, and imaging results. The modified Duke criteria include these three domains 
and are the most commonly used definition of endocarditis279,280. Microbial 
diagnosis is most commonly made through blood cultures, but can also be made 
by culturing valve biopsies, serology, or PCR. When using blood cultures for 
microbial diagnostics in IE, taking more cultures increases the sensitivity8,281–283. 
Blood cultures are the main method for more common causes of IE such as 
coagulase-negative Staphylococcus, S. aureus, NBHS, and other streptococci, 
Enterococcus, and the HACEK bacteria. Microbiological diagnosis of blood 
culture negative IE is more challenging, but methods such as serology and PCR on 
heart valves can identify bacteria such as Coxiella burnetii, Bartonella spp., and 
Tropheryma whipplei. In some cases, specialised growth medium and specific 
incubation condition can be used, such as in IE caused by mycobacteria or 
fungi282. 
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Table 2. 
The modified Duke criteria for IE279,280. 

Major criteria    

 Blood culture positive for IE  
Typical microorganisms 
consistent for IE from 2 
separate blood cultures 

  or 
Microorganisms consistent 
with IE from persistently 
positive blood cultures 

  or 

Single positive blood 
culture for Coxiella burnetii 
or antiphase I IgG antibody 
titer >1:800 

 Evidence of endocardial 
involvement   

 Echocardiogrram positive for 
IE  

Oscillating intracardiac 
mass on valve or on 
supporting structures, in the 
path of regurgitant jets, or 
on implanted material in the 
abscence of an alternative 
anatomical explanation 

  or Abscess 

  or New partial dehiscence of 
prosthetic valve 

Minor criteria    

 Predisposition  Predisposing heart 
condition 

  or Intravenous drug use 
 Fever, temperature >38oC   
 Vascular phenomerna   
 Immunologic phenomena   

 Microbiological evidence  
Positive blood culture that 
does not meet the criteria 
for a major criterion 

  or 
Serological evidence of 
active infection with 
organism consistent with IE 

 

Echocardiography is the main method used to localise vegetations on the heart 
valves as well as to identify valvular damage and abscesses. TTE (transthoracic 
echocardiography) can be used to find microbial vegetations, but the sensitivity 
and specificity of TEE (transoesophageal echocardiography) makes it the preferred 
modality in IE investigations284,285. When the suspicion of IE is high, a TEE with 
normal findings can be repeated after 7-10 days. Further investigations can add 
information but only in a minority of cases286,287. Echocardiography is also the 
main method of identifying infections of cardiac devices288,289. 

The question is when to raise the suspicion of IE? Some factors are known to 
increase the risk that a bacteraemia is associated with IE. Much of the research that 
has been done concerns S. aureus bacteraemia, but also Enterococcus and 
streptococcal species. The time it takes until a blood culture is reported positive by 
the automated detection systems ("time to positivity") has been shown to be 
inversely related to the risk of IE in case of S. aureus bacteraemia, that is, a shorter 
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time until the culture turns positive means a higher risk of IE290–292. Other factors 
known to be associated with an increased risk that a bacteraemia is caused by IE 
are the presence of a cardiac implantable electronic device, secondary foci (such as 
spondylodiscitis), embolization, or if the patient is receiving haemodialysis293–295. 
The implementation of these results, together with other data, into formalised 
score systems were later published as the PREDICT and VIRSTA scores in an 
attempt to guide whether or not to suspect IE in case of S. aureus 
bacteraemia296,297. For Enterococcus bacteraemia, known risk factors for IE are 
male sex, community acquisition, the presence of a valvular prothesis, unknown 
focus of infection, monobacterial infection, and multiple positive blood cultures. 
Some of these factors were included in the NOVA score which attempted to 
identify patients with bacteraemia but with a low risk of IE where IE 
investigations were unnecessary. As can be seen, there are many factors that are 
common between bacteria that increase the likelihood that bacteraemia is 
associated with IE, and some that seem to be more important when the 
bacteraemia is caused by certain bacteria 298–303. The NOVA score was later 
refined and the DENOVA score published, which increased the specificity for 
detecting IE while retaining a high sensitivity304. 

Other imaging modalities may also be used in process of diagnosing IE. Multislice 
computed tomography (CT) was originally used to diagnose complications of IE, 
such as ischemic lesions caused by embolism305. Cardiac tomography can also be 
gated by electrocardiogram to investigate lesion in cases of suspected prosthetic 
valve IE or to explore the anatomy preoperatively306,307. CT can also be used in 
cardiac imaging to find valve abnormalities and vegetations, and may be superior 
to TEE in patients with calcified valves or in the assessment of the extent of 
perivalvular abscesses or pseudoaneurysms308–310. MRI is also a modality that can 
be used to diagnose asymptomatic embolization, which can affect both diagnosis 
and choice of management311,312. Both CT and MRI (magnetic resonance imaging) 
imaging of the brain can be used to detect embolization both to confirm a 
suspicion of IE (as it confirms one of the Duke criteria) and to aid in the 
prognostication. Nuclear imaging is another modality that is used in the 
management and diagnosis of IE, and the finding of increased uptake around the 
valves using 18F-fluorodeoxyglucose positron emission tomography-CT has been 
proposed as a major criterion for the diagnosis of IE, though not without 
criticism308,313–315. 

Treatment and other clinical aspects 
Treatment of endocarditis is based on antibiotic therapy with surgery performed 
when needed to replace damaged valves and as source control316,317. Treatment has 
traditionally been performed as long regimes of intravenous antibiotics. For 
bacteria such as Enterococcus and Streptococcus, therapies combining beta-lactam 
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antibiotics and aminoglycosides have been common with the possibility of 
shortening the necessary treatment time being given as the reason313,318. Both 
European and American guidelines have also recommended a combination therapy 
for IE caused by Abiotrophia and Granulicatella 313,318. This is something that has 
been put into question by recent studies, and combinations of different beta-
lactams or beta-lactams combined with daptomycin have been tried319,320. Recent 
studies indicate that oral treatment might be a safe and effective option for IE in 
stable patients without complicating factors321,322. In cases of prosthetic valve 
endocarditis, the antibiotic treatment is often longer than in cases of native valve 
endocarditis, though the antibiotics of choice remain the same except when the 
causative organism is S. aureus, in which case the addition of rifampicin and 
gentamicin is recommended255. 

Complications that might occur depend on the location of the infection, underlying 
conditions, and on the infecting pathogen. Common serious complications include 
valve damage with consequent heart failure, embolization to end arteries with 
ischemia and stroke, and metastatic infections such as spondylodiscitis. These 
complications are the reason for much of the mortality and morbidity of 
endocarditis255,295,323. The question of when to perform surgery is one of the major 
ones in the management of IE. In cases such as patients with valve damage and 
heart failure, high risk of embolization, or infections with highly resistant 
microorganisms, the consensus is that surgery is to be performed. Results from 
different studies diverge on the importance of early surgery, possibly due to 
different patient characteristics in different studies. A recent meta-analysis does 
show that early surgery decreases mortality, and other studies emphasise the 
importance of surgery in cases of heart failure. There is also some evidence that 
the type of infectious agent might affect surgical outcome. As the decision on if 
and when to perform surgery, what kind of imaging to use and when, and what 
kind of antibiotics to use and for how long are difficult, a close collaboration 
between different specialities is needed to handle this complicated infection 
properly313,324–332. 
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Present investigations 

Paper I 
Identification of two abundant Aerococcus urinae cell wall-anchored proteins 

When work started on this paper, very little was known about the virulence 
mechanisms of A. urinae. The aim was to explore the surface proteome in the hope 
of finding possible mechanisms through which the bacteria cause infection. 
Surface proteins are an interesting subject to study as they are often important for 
virulence, such as being used for adhesion to surfaces, attachment to cells, or due 
to being a part of a capsule. They are also often important in the immune response 
and potentially of interest as a vaccine target. The initial study was done through 
mass spectrometry, and two surface proteins named Aerococcal surface protein 
(Asp) 1 and 2 were identified and found to quantitatively dominate the bacterial 
surface. The presence of these protein was also shown using ELISA with serum 
from rabbits immunized with recombinantly expressed Asp 1 and 2. These 
proteins had a signal sequence in the amino-terminal end as well as a wall-sorting 
sequence in the carboxy-terminal end with an LPATG-motif, a lipophilic domain 
and a positively charged tail. In total, twenty-five A. urinae genomes were 
sequenced using an Ilumina HiSeq system. Six different variants of the genes 
(asp1-6) were found. All studied isolates had one or two asp-genes located in the 
conserved locus denoted Locus encoding Aerococcal Surface Proteins (LASP). 
The original plan was to study their function by knocking out the asp 1 and asp 2 
genes. Sadly, despite a great deal of effort, we were unsuccessful in knocking out 
the asp 1 and asp 2 genes and we had to settle for a more descriptive study. Cell 
wall-anchored proteins with LPXTG-domains are a common virulence factor in 
Gram-positive bacteria. Thus, despite our goals being to characterise the function 
of the Asp proteins even further, the finding and characterisation of these proteins 
and genes are an important step in the mapping of aerococcal molecular virulence 
mechanisms.  
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Paper II 
Clinical and microbiological features of infective endocarditis caused by aerococci 

Antibiotic treatments for IE combining beta-lactam antibiotics with 
aminoglycosides have been common for decades, despite limited evidence for the 
usefulness of such combinations. The reasoning used is a supposed bactericidal 
synergy between beta-lactam antibiotics and aminoglycosides against Gram-
positive bacteria, something which has been shown in vitro for certain bacteria 
such as Entercococcus but has not been demonstrated for many other species. The 
lack of evidence is more pronounced when it comes to emerging pathogens such 
as Aerococcus where the only study published before this was a description of two 
cases of IE with killing kinetics described111. This lack of knowledge combined 
with the lack of more systematic descriptions of endocarditis caused by aerococci 
formed the background behind this study. The fact that previous studies describing 
aerococcal IE were mostly case reports increased the importance of a more 
organised study such as this, as case reports are more likely to be written in cases 
of a dramatic course of disease or in cases with unusual types or localisations of 
infection thus skewing the published data. The Swedish Registry of Infective 
Endocarditis (SRIE) was used to find cases of aerococcal IE between 2002 and 
2014. Fourteen cases of IE caused by Aerococcus urinae and two cases of IE 
caused by A. sanguinicola were identified and the species identification was 
confirmed using MALDI-TOF MS. The medical data was then studied and 
compared to cases of IE reported to the SRIE caused by other bacteria. Antibiotic 
sensitivity to various antibiotics was tested using Etests and synergy between 
benzylpenicillin and gentamicin was tested using broth microdilution with 
different concentrations of benzylpenicillin and measuring at 0, 6, and 34 hours. 

The data showed that patients with aerococcal IE on average were older than 
patients with IE caused by non-beta-haemolytic streptococci or Staphylococcus 
aureus. 75% of the patients with aerococcal IE were men. An interesting aspect of 
the study is that all patients had received a combination of penicillin and an 
aminoglycoside. In vitro bactericidal antibiotic synergy was, however, only shown 
for 7 of the 16 isolates, which makes this the first study to systematically describe 
antibiotic synergy against aerococci. The reasoning behind the decision to treat the 
patients with a combination of a penicillin and an aminoglycoside is not known 
with any certainty, but it is possible to speculate. Perhaps the decision was based 
on the presumed synergy between penicillin and aminoglycosides against 
enterococci and streptococci? Regardless, it shows the importance of studying 
pathogenic bacteria systematically instead of relying on case reports, and instead 
of assuming that they behave identically to their relatives. This study provides 
valuable clinical information about aerococcal IE as well as an indication that 
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meaningful antibiotic synergy might be possible but also definitely not certain in a 
given isolate. 

Paper III 
Antibiotic synergy against viridans streptococci isolated in infective endocarditis 

Guidelines for IE caused by viridans (or non-beta-haemolytic) streptococci have 
often recommended combining beta-lactam antibiotics with aminoglycosides. The 
basis for this has been clinical practice as well as a limited amount of animal 
studies where antibiotic synergy has been shown, together with old clinical studies 
where the controls were not fully comparable to the patients receiving combination 
treatment. Since aminoglycosides have well known side effects such as 
ototoxicity, we wanted to determine if it was possible to show bactericidal synergy 
between benzylpenicillin and gentamicin in vitro as well as see if bactericidal 
synergy was associated with bacteriostatic synergy. The idea was to see if it was 
possible to determine if this synergy was possible to detect using methods that 
would be easy to implement in routine use at clinical microbiology laboratories. 
This would allow the use of gentamicin to be restricted to cases with proven 
synergy and spare other patients a potentially toxic treatment. 

24 of viridans group streptococci were collected from patients that had been 
treated for IE at Skåne University Hospital and the species determination 
confirmed by MALDI-TOF MS. Antibiotic sensitivity was then tested using Etests 
and broth microdilution. Fractional inhibitory concentration (FIC) for 
benzylpenicillin and gentamicin was then tested using Etests. Bactericidal synergy 
was tested using broth microdilution with two different concentrations of 
benzylpenicillin combined with gentamicin, measured at 0, 6, and 24 hours. 

Bactericidal synergy was shown in 14 of 28 isolates. Bacteriostatic synergy as 
determined by FIC was shown in 2 out of 24 isolates, none of which sowed 
bactericidal synergy. This means that antibiotic synergy is present in some isolates 
at least in vitro but the clinical applicability is uncertain. The question if in vitro 
synergy can be assumed to correlate to an increased synergy in vivo remains, as 
does the question if lack of synergy in vitro (as defined in this study) means that 
there is no appreciable effect in vivo if gentamicin is added to benzylpenicillin in 
treatment. The difference between FIC values and bactericidal synergy might be 
due to differences between solid and liquid media. Regardless of the mechanistic 
reason for the difference, it means that there is no easy way of testing antibiotic 
synergy in clinical practice. In the 2015 European guidelines for IE, a combination 
of a beta-lactam antibiotic and an aminoglycoside is one of the recommended 
antibiotic treatments for streptococcal IE in cases where the renal function is good. 
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In one of the studies cited in the guidelines, relapse was noted in a case of 
endocarditis with a bacterium where no in vitro synergy was seen. This, together 
with the clinical studies cited presenting patients with complications from the 
ototoxic and nephrotoxic effects of aminoglycosides show the need of ascertaining 
whether or not there truly is synergy if a combination treatment is to be used313,333–

335. Data from the POET (Partial Oral Treatment of Endocarditis) study show that
short intravenous antibiotic therapy followed by oral antibiotic treatment is a
promising alternative to short-term combination therapy with beta-lactams and
aminoglycosides if no good way to determine actual synergy can be found321.

Paper IV 
HANDOC: a handy score to determine the need for echocardiography in non-β-
haemolytic streptococcal bacteraemia 

As can be inferred from the Duke criteria, a combination of echocardiography and 
microbiological testing is used to diagnose endocarditis. A question thus arises 
when a clinician is confronted with a blood culture showing growth of a bacterium 
that can cause endocarditis: when should you perform further investigations for IE 
and when should you look elsewhere for the source of the bacteraemia? Scoring 
systems that try to identify patients with low risk for IE (and thus without need for 
further IE investigations) have been developed for IE caused by Staphylococcus 
aureus and enterococci with varying degrees of success. Despite non-beta-
haemolytic streptococci (NBHS) being a quite common cause of IE, they also 
cause other infections where different investigations are needed. To rectify this, 
we decided to perform a retrospective study of patients with bacteraemia caused 
by these streptococci. Patients in Skåne showing growth of NBHS in blood culture 
between 2012 and 2014 were identified. Patients under 18 years of age were 
excluded, as were patients with neutropenia or where the medical records were 
unavailable. They were then divided into two groups with the patients with blood 
cultures from January 2012 to June 2013 used to generate the score. Species 
identification was confirmed using MALDI-TOF MS. The first cohort consisted of 
339 patients of whom 26 had IE as defined by the modified Duke criteria. Since IE 
can have many symptoms and the diagnostic process can have ambiguous results, 
patients were put into three groups. One group was those where IE was confirmed 
according to the Duke criteria, one group included patients where IE could be 
excluded (i.e., by TEE without signs of IE), and one group consisted of patients 
that did not meet the Duke criteria for IE but where IE could not strictly be 
excluded (i.e., patients where TTE and TEE was not performed but received a long 
antibiotic treatment that might be curative for IE). 
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Figure 4. Flowchart describing the inclusion process for the study. 

Several factors differed between those that had IE and those that did not. Among 
these factors, the presence of heart murmur or heart valve disease (H), aetiology 
with the groups of Streptococcus mutans, Streptococcus bovis, Streptococcus 
sanguinis, or Streptococcus anginosus (A), number of positive blood cultures ≥2, 
duration of symptoms of 7 days or more, only one species found in blood culture, 
and community acquisition of the infection were used to form the HANDOC score. 
One point was given for each of the components in the score except aetiology of S. 
anginosus where one point was subtracted instead. Using a cut-off between 2 and 3 
points, the sensitivity was 100% and the specificity was 73% for identifying patients 
with IE. 

To validate the HANDOC score, the second half of the population was used, 
which comprised of patients whose blood cultures were received between July 
2013 and December 2014. 522 blood cultures were received during that period, 
and the same inclusion and exclusion criteria as in the main cohort were used. 
When comparing patients with and without IE in this cohort, the HANDOC score 
had a sensitivity of 100% and a specificity of 76%. This means that it might be 
possible to use HANDOC in clinical practice to identify patients with a very low 
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risk of IE and thus direct the use of echocardiography resources to cases where the 
risk is higher. A criticism that was published was regarding the group where the IE 
status was classified as unknown. Similar studies have generally classified all 
cases which did not fulfill the Duke criteria as non-IE. While it remains possible 
that cases of IE were missed and placed in the “unknown” group, this reflects the 
clinical difficulties in establishing a certain IE diagnosis. The few patients in the 
“unknown” group who received a clinical diagnosis of IE all had HANDOC scores 
of 3 or more, which might indicate that HANDOC would not miss cases of 
infection where the IE status is uncertain336,337. Another possible problem is the 
overlap between the Duke criteria and the HANDOC score, such as two positive 
blood cultures being a criterion for IE in the Duke criteria as well as one of the 
parts of the HANDOC score. While this causes a possible circle reasoning, only 
one of the IE cases in the study would have been classified otherwise if they had 
had only one positive blood culture. That patient had 6 out of 6 possible points in 
HANDOC and indicates that the success of HANDOC is not only due to the 
criteria being similar to the Duke criteria. Similarities between the scoring systems 
are difficult to avoid as they concern the same clinical condition. The division of 
the NBHS into groups is one of the strengths of the study and shows the 
usefulness of improved microbiological capabilities. Separating the S. mitis group 
from the S. sanguinis group can be seen as somewhat controversial as they have 
traditionally been placed together. However, new genetic data as well as their 
different predilections for causing IE show that separating them into different 
groups makes sense both from a scientific and a practical point of view. Looking 
at single streptococcal species might have revealed even more differences in the 
risk for IE in bacteremia, but would have necessitated a larger cohort and even 
more certain species determination. All in all, HANDOC represents a scientific 
study of a potential implementation of a systematic use of microbiological and 
clinical data into clinical use. The usefulness might be greatest in hospitals where 
there is no in-house capability for TEE at all and where the patients thus must be 
sent to other hospitals when TEE is indicated. 

Paper V 
External validation of the HANDOC score–high sensitivity to identify patients with 
non-beta-haemolytic streptococcal endocarditis 

The investigations presented in Paper IV showed that the HANDOC score had a 
very high sensitivity and a good specificity. A drawback with regards to 
generalizing the results is that both the group of patients used to generate the 
HANDOC score and the group used to validate it come from the same 
geographical area. This means that one can expect similar patient characteristics in 
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both groups, but also that patient selection, routines for when to take blood 
cultures, availability of TEE, and possibly also the physicians that documented 
their findings in the medical records were the same in both groups, which possibly 
limits the generalisability. A study was thus performed where the patient data was 
collected at Herlev-Gentofte Hospital and North Zealand Hospital in Denmark. 
Patients with NBHS in blood culture between March and September 2016 were 
included as part of an ongoing study where data on all patients with Gram-positive 
cocci in blood cultures was collected. TTE and TEE were recommended according 
to local guidelines when blood culture showed growth of Gram-positive bacteria 
typically found in IE. I thus went through the medical records of the patients with 
NBHS and classified the patient data and microbiological findings in the same 
way as in Paper IV. The HANDOC score was applied without modifications. In 
total 68 patients were included, 16 of which had confirmed IE. When the 
HANDOC score was used to separate patients with IE from those without, in this 
setting, the sensitivity was 100% and the specificity 59%. This shows an excellent 
sensitivity and an acceptable specificity. The lower specificity and positive 
predictive value in this study as compared to Paper IV might plausibly be due to 
blood cultures being taken from a different proportion of patients as well as there 
being a lower amount of polymicrobial findings in culture, indicating either a 
better technique for blood drawing or different laboratory conditions. Another 
limitation is the small size of the study population, limiting the power in regards to 
evaluating HANDOC in cases of less common NBHS variants. Just as in Paper IV, 
the small size of the study population hinders any analysis of single NBHS 
species. Despite these limitations, I consider this study an indication that 
HANDOC might be of use in other regions as well. 

Paper VI 
Risk for endocarditis in bacteraemia with Streptococcus-like bacteria, a 
retrospective population-based cohort study 

Gram-positive bacteria are a known and common cause of IE. The amount of 
information available about IE caused by different species is uneven, with the risk 
of IE by bacteria such as Staphylococcus aureus and Enterococcus being quite 
well studied. The risk of IE due to streptococci was explored in Papers IV and V. 
As described in Paper II, aerococci are also a possible cause of IE. The aim of this 
paper was to study the risk of IE in bacteraemia with so-called Streptococcus-like 
bacteria such as Aerococcus, Abiotrophia, and Granulicatella in the 
Lactobacillales order as well as Gemella in the Bacillus order. Blood cultures 
positive for Aerococcus, Gemella, Granulicatella, or Abiotrophia between January 
2012 and December 2017 were identified in the databases of the Clinical 
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Microbiology Laboratory in Region Skåne and from Karolinska University 
Hospital as part of a collaborative study. Patients under the age of 18 were 
excluded, as were those whose medical records were unavailable. Information 
from the medical records was collected and the data was categorised according to 
the NOVA301, DENOVA304, and HANDOC188 scores. These scoring systems were 
originally designed for separating patients with and without IE in bacteraemia with 
enterococci (NOVA and DENOVA) or streptococci (HANDOC). The aetiology 
(A) variable in HANDOC originally refers to which streptococcal group is found
in blood culture. To be able to apply the score to other bacteria, the proportion of
IE in bacteraemia with Abiotrophia, Aerococcus, Gemella, and Granulicatella was
compared to the proportions in the HANDOC study. Abiotrophia defectiva was
found to be significantly more likely to cause IE while Aerococcus sanguinicola
was less likely to do so. Thus one point was given for A. defective for A in the
HANDOC score, one was subtracted for A. sanguinicola and the remaining
species were given zero points. In addition to testing the risk cores, outcome and
risk factors for IE were also studied.

The risk for IE in bacteraemia with Abiotrophia was found to be 21% in this study, 
which is higher than many other species that are known for causing IE, such as S. 
aureus, E. faecalis and NBHS. The NOVA score had a sensitivity of 100% but the 
specificity was only 15,5%. Both the HANDOC score and the DENOVA score 
had a high sensitivity (97% and 100%, respectively, and also a high specificity 
(85% and 61%, respectively). This study is the first systematic study of the risk of 
IE in bacteraemia cases with Abiotrophia, Granulicatella and Gemella, and the 
second published study on risk of IE in bacteraemia cases with Aerococcus. The 
results show that the risk of endocarditis is highly species-dependant. The most 
obvious example is the very high risk of IE in bacteraemia with Abiotrophia, but 
also the difference in risk of IE between Aerococcus urinae and Aerococcus 
sanguinicola. To conclude, this study showed that it should be possible to use both 
HANDOC and DENOVA to inform the need for IE investigations in bacteraemia 
with Streptococcus-like bacteria (SLB), and also that the characteristics of IE 
caused by SLB is similar to IE caused by enterococci and streptococci. The study 
also shows the utility of exact species determination in clinical decision making. 
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Conclusions and future perspectives 

The general awareness of the bacteria studied in this thesis was low when I started 
the work presented herein, especially regarding the Aerococcus genus and 
aerococcal infections. With MALDI-TOF MS having become the primary method 
of species determination in clinical bacteriology, the number of species and 
subspecies that are possible to identify and report to the clinician has increased 
tremendously. Despite this, there was of a lack of scientific data about what these 
emerging pathogens represented clinically. During the course of this work, 
Aerococcus has gone from a pathogen that was mostly known by a small group of 
bacteriologists to a clinically known and relevant genus, and the groups of NBHS 
have been recognised to have different predilections to cause IE and other disease. 
The work on determining the clinical differences in bacteraemia caused by other 
Gram-positive cocci such as Gemella, Granulicatella, and Abiotrophia has also 
increased during this time. While the classification and identification of these 
bacteria has been more or less known, the works in this thesis (along with many 
other scientific investigations) have shown the clinical utility of the improved 
species identification available. The works presented here have studied the case of 
species identification in endocarditis diagnosis in particular, but further studies 
might show the utility in other cases. 

The results from Papers IV-VI have implications beyond the need for accurate 
species determination in clinical bacteriology. Though some studies have 
recommended echocardiography in all cases of blood stream infection with 
Streptococcus and similar species338, the data from these studies suggest that 
echocardiography could be omitted in certain cases based on bacterial species but 
also clinical findings. The clinical findings in question, such as the finding of a 
heart murmur or the presence or lack of a focal infection, are parameters that have 
been known to clinicians and described scientifically before but have not been 
aggregated and formalised until recently. The implementation and optimisation of 
such management scores and algorithms warrant further study. 

In addition, the further characterisation of new bacteria such as Aerococcus urinae, 
both molecularly and clinically, has provided clinically important data and venues 
for further studies. The LASP genes encoding the Asp proteins are arranged in a 
way that has a striking similarity to the M proteins of Streptococcus pyogenes. It is 
possible that the Asp proteins have a similar function in aerococci, or that they 
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function as adhesion factors to urothelium or other surfaces. Further studied are 
needed to determine this. 

In a perhaps more visionary perspective, this thesis shows the interconnectedness 
of microbiology in the laboratory and the practice of treating infectious diseases 
clinically. Many of the projects in this thesis have utilized data that is already 
possible to obtain from clinical microbiology laboratories. This, in my opinion, 
stresses the need for utilization of the information that is available. There is a trove 
of information available that might improve patient outcomes if only we knew 
how to utilise it. If identification—not only on the species level, but also on the 
subspecies level—becomes generally available, the prospect of further tailoring 
diagnostic procedures and treatments becomes possible. Examples of this could be 
choosing treatment length, dosing regimens and antibiotic combinations based on 
bacterial species, antibiotic synergy patterns, as well as the existence of virulence 
factors or the ability of the bacterial isolate to produce biofilm. The continuing 
research into these areas have great potential and is necessary in the face of threats 
such as antibiotic resistance. 
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Populärvetenskaplig sammanfattning 

Bakterier är en sorts mikroorganismer där en del orsakar sjukdom hos människor 
och djur, och en del lever på och kring oss utan att orsaka skada. En del bakterier 
lever i munnen, andra på huden, i tarmen eller kring urinvägarna. I denna 
avhandling berörs bakterierna i släktena Aerococcus och Streptococcus, samt de 
besläktade bakterierna Abiotrophia, Gemella and Granilucatella. Alla dessa 
bakterier finns normalt sätt på och i oss men kan i vissa situationer orsaka 
sjukdom. 

Bakterier är encelliga varelser som är betydligt mindre än kroppens egna celler. 
Gemensamma drag är att de har sitt DNA i en enda kromosom och oftast har en 
cellvägg runt sitt cellmembran. Ett sätt att dela upp bakterier är i så kallat Gram-
positiva och Gram-negativa bakterier. Uppdelningen baseras på hur bakterierna 
färgas av ett speciellt färgämne och beror på hur deras cellväggar och 
cellmembran är ordnade. Gram-negativa bakterier har en tunn cellvägg av 
peptidoglykan kring sitt cellmembran med ett andra membran utanför, medan 
Gram-positiva bakterier enbart har cellmembranet samt en tjock cellvägg av 
peptidoglykan. Bakterierna Aerococcus, Abiotrophia, Gemella, Granilucatella och 
Streptococcus är alla Gram-positiva bakterier. Gram-färgning ger dock bara en 
väldigt grov uppdelning av bakterier och man har även använt sig av saker så som 
vilken form bakterier har, under vilka betingelser de växer och vilka ämnen de kan 
bryta ner för att klassificera och identifiera dem. Även dessa sätt har dock 
begränsningar, och man hade därför svårt att identifiera aerokocker, och tolkade 
Abiotrophia och Granilucatella som en sorts streptokocker. Med så kallad 
MALDI-TOF-teknik där man analyserar proteinmönstret i bakterien har detta 
blivit mycket lättare och man ser nu att framför allt aerokocker är klart vanligare 
än man hade trott. Eftersom man tidigare har haft svårt att hitta och identifiera 
aerokocker i prov från människor har man heller inte studerat dem särskilt mycket. 
Det gör att man bland annat inte har vetat vilka proteiner som sitter i deras 
cellvägg. Arbetet med att studera dessa är ett av projekten som beskrivs i 
avhandlingen. Här identifierades två proteiner hos bakterien Aerococcus urinae 
och vi kunde konstatera att de satt i bakteriens cellvägg och var mycket lika 
varandra. 

Dessa bakterier kan orsaka olika sjukdomar där en av de mest allvarliga är 
hjärtklaffsinfektion, endokardit. När detta sker bildar växer bakterierna på hjärtats 
klaffar i klumpar, så kallade vegetationer, samt på hjärtats insida, endokardiet. 
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Innan antibiotikabehandling fanns var detta en sjukdom som i praktiken alltid 
ledde till döden. Detta förändrades när penicillin och andra antibiotika kom, men 
dödligheten är fortfarande hög. Traditionellt har man valt att behandla endokardit 
orsakad av dessa bakterier med långa antibiotikakurer med en kombination av 
betalaktamantibiotika (där penicillin ingår) och aminoglykosider (som är en annan 
sorts antibiotika). Anledningen har varit att man har tänkt att kombinationen av 
dessa antibiotika har en så kallad synergistisk bakteriedödande effekt, där de olika 
typerna av antibiotika ihop har en klart kraftigare effekt en de har var och en för 
sig. För aerokockendokardit har det funnits väldigt lite systematisk beskrivning av 
förlopp och inga studier kring om kombinationsbehandling har effekt. I en av 
studierna gjordes därför en systematisk genomgång av data från svenska 
endokarditregistret där fall av aerokockendokardit jämfördes med endokardit 
orsakad av andra bakteriearter. Dessutom jämfördes kombinationsbehandling (i 
provrör) med penicillin och aminoglykosid mot vardera antibiotikum för sig. Man 
såg att det var en överrepresentation av äldre män bland patienterna med 
aerokockendokardit och att synergi sågs hos vissa men långt ifrån alla isolat. En 
annan studie i avhandlingen undersökte på liknande sätt antibiotikasynergi mot 
streptokockisolat från patienter med endokardit. Även i denna studie såg man 
antibiotikasynergi hos vissa men inte alla isolat. 

Ett praktiskt problem för sjukvården är att bakterier från släkterna Aerococcus, 
Abiotrophia, Gemella, Granulicatella samt Streptococcus inte bara orsakar 
endokardit utan även andra sorters infektioner. När man hittar dem i blodet är det 
således inte helt enkelt att veta vilken sorts infektion som ligger bakom. Ett sätt att 
ta reda på detta är genom att undersöka hjärtat med ultraljud där sensorn placeras i 
matstrupen i hjärthöjd, så kallad transesofakal ultraljudsundersökning (TEE). 
Detta är dock en undersökning där kompetensen för att genomföra den är 
begränsad till vissa sjukhus och med begränsad kapacitet, samt som dessutom är 
en inträngande och obehaglig undersökning för patienten. Tre av studierna i 
avhandlingen berör därför endokardit och när risken för detta är så hög att 
utredning behövs. En population med patienter som hade streptokocker i blodet 
studerades därför och riskklassificeringssystemet HANDOC togs fram. Genom att 
bedöma om patienten hade hjärtklaffsjudkom eller blåsljud på hjärtat (H, "heart 
murmurs or heart valve disease"), vilken streptokockart som låg bakom 
infektionen (A, "aetiology"), antal fynd i blododling (N, "number of positive 
cultures"), symptomduration (D, "duration"), om det var en eller flera bakteriearter 
i odlingarna (O, "only one species") samt om infektionen var samhällsförvärvad 
(C, "community acquired") kunde man skilja vilka patienter som hade endokardit 
från de som inte hade det med hundraprocentig sensitivitet och god specificitet. 
Med sensitivitet menas andelen av de som faktiskt hade endokardit som metoden 
korrekt identifierade som personer med endokardit, och med specificitet menas 
andelen av de som inte hade endokardit som metoden korrekt identifierade som 
personer utan endokardit. Detta innebär att HANDOC skulle kunna användas för 
att på ett säkert sätt sortera ut patienter som har så låg risk för endokardit att 
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endokarditutredning inte behöver göras. Detta poängsystem prövades och 
kvaliteten bekräftades sedan externt i en studie med data från en grupp danska 
patienter. Även i detta fall såg man en hundraprocentig sensitivitet och en hög 
specificitet. 

I avhandlingens sista arbete testades HANDOC samt riskstratifieringssystemet 
DENOVA (framtaget för att bedöma risk för endokardi vid bakteriemi med 
Enterococcus) på patienter med Abiotrophia, Aerococcus; Gemella och 
Granulicatella i blodet. Patientdata samlades in från journaler i Skåne och 
Stockholm och patienter med och utan endokardit testades i poängsystemen. 
DENOVA hade en hundraprocentig sensitivitet och HANDOC en sensitivitet på 
nästan hundra. Båda hade en acceptabel specificitet, där specificiteten för 
HANDOC var högre. 

Sammanfattningsvis har jag i denna avhandling studerat ytproteiner hos de allt mer 
uppmärksammade och endokarditorsakande bakterierna Aerococcus, testat 
antibiotikasynergi mot Aerococcus och Streptococcus, tagit fram samt validerat 
riskbedömningssystem för endokardit med Streptococcus och slutltligen utvärderat 
riskbedömningssystem för endokardit med Abiotrophia, Aerococcus, Gemella och 
Granulicatella. Min förhoppning är att resultaten från dessa studier kommer att 
öka förståelsen för dessa bakterier och att de på sikt kommer att leda till 
effektivare handläggning av dem i sjukvården, både vid patientmöten och inom 
klinisk mikrobiologi. 

  





55 

Acknowledgements 

There are many people without which this thesis would not have been possible. If 
you are holding this book, the likelihood is high that you have contributed in some 
way. 

To my supervisors 

I would first like to extend my deeply felt thanks to my supervisor Magnus 
Rasmussen. Beginning with my master thesis many years ago, you have 
continuously supported me. Guiding me through my PhD with encouragement and 
scientific discussions as well as guiding me through life as a PhD student, you 
have always been there when I needed. The invaluable lesson on the importance of 
the coffee break has also stuck with me. You have been a supporting supervisor, a 
great scientist, and an inspiration. 

I would also like to thank my co-supervisor Rolf Lood. Since my first day as a 
PhD student you have been there to guide me and help me when needed. When I 
was working for months on end on projects that seemed to go nowhere, you taught 
me the delicate balance between not giving up when facing problems and knowing 
when to pursue a different path. 

To the MOL-group 

Thanks to everyone in the MOL-group, both past and present! A special thank you 
to Oonagh Shannon for taking me on as a bachelor student and encouraging my 
research interests. Thank you Gisela for making sure that I got through my time at 
BMC in one piece and with access to everything from blood agar plates to the 
proper delivery address despite my sometimes messy desk. Thank you as well to 
Lisa, Frida, Sinead, Lisbeth, Hossein, Karin, Erik, Olivia, Yashuan, Anna, 
Karl, and Eleni for all the help and stimulating discussions. 

Thank you, Anita Berglund, for being the one that holds everything together at 
BMC. Brightening my day even when I had misplaced grant money will be an 
enduring memory for me. A big thank you to Lars Björck for setting up the 
fantastic environment of BMC B14 as well as for introducing me to the amazing 
world of research in infectious diseases. 

The work-life balance in research can be difficult, and would be even more so if 
not for all the great colleagues who have provided support and stimulating fika 
discussions. A sincere thank you to everyone who has contributed to that! 



56 

To my co-authors without whom I would not be where I am: thank you! 

To my family 

Lastly, I would like to thank my family and loved ones. Mere words are maybe not 
enough to convey all that you have done for me in both ups and downs. This thesis 
would certainly not exist without your support and not without you believing in 
me.  



57 

Bibliography 

 
1. Byrd, A. L. & Segre, J. A. Infectious disease. Adapting Koch’s postulates. Science 

351, 224–226 (2016). 
2. Biswas, B. B., Basu, P. S. & Pal, M. K. Gram staining and its molcecular 

mechanism. Int Rev Cytol 29, 1–27 (1970). 
3. Giesbrecht, P., Wecke, J. & Reinicke, B. On the morphogenesis of the cell wall of 

staphylococci. Int Rev Cytol 44, 225–318 (1976). 
4. Navarre, W. W. & Schneewind, O. Surface proteins of gram-positive bacteria and 

mechanisms of their targeting to the cell wall envelope. Microbiol. Mol. Biol. Rev. 
63, 174–229 (1999). 

5. Bartholomew, J. W. & Mittwer, T. The Gram stain. Bacteriol Rev 16, 1–29 (1952). 
6. Miller, J. M. et al. A guide to utilization of the microbiology laboratory for diagnosis 

of infectious diseases: 2018 update by the infectious diseases society of america and 
the american society for microbiology. Clin. Infect. Dis. 67, e1–e94 (2018). 

7. Patel, R. New developments in clinical bacteriology laboratories. Mayo Clin. Proc. 
91, 1448–1459 (2016). 

8. Cockerill, F. R. et al. Optimal testing parameters for blood cultures. Clin. Infect. Dis. 
38, 1724–1730 (2004). 

9. Mermel, L. A. & Maki, D. G. Detection of bacteremia in adults: consequences of 
culturing an inadequate volume of blood. Ann. Intern. Med. 119, 270–272 (1993). 

10. Patel, R. et al. Optimized pathogen detection with 30- compared to 20-milliliter 
blood culture draws. J. Clin. Microbiol. 49, 4047–4051 (2011). 

11. Karas, M., Bachmann, D. & Hillenkamp, F. Influence of the wavelength in high-
irradiance ultraviolet laser desorption mass spectrometry of organic molecules. Anal. 
Chem. 57, 2935–2939 (1985). 

12. Tanaka, K. et al. Protein and polymer analyses up tom/z 100 000 by laser ionization 
time-of-flight mass spectrometry. Rapid Commun. Mass Spectrom. 2, 151–153 
(1988). 

13. Karas, M. & Hillenkamp, F. Laser desorption ionization of proteins with molecular 
masses exceeding 10,000 daltons. Anal. Chem. 60, 2299–2301 (1988). 

14. Clark, A. E., Kaleta, E. J., Arora, A. & Wolk, D. M. Matrix-assisted laser desorption 
ionization-time of flight mass spectrometry: a fundamental shift in the routine 
practice of clinical microbiology. Clin. Microbiol. Rev. 26, 547–603 (2013). 



58 

15. Croxatto, A., Prod’hom, G. & Greub, G. Applications of MALDI-TOF mass
spectrometry in clinical diagnostic microbiology. FEMS Microbiol. Rev. 36, 380–407
(2012).

16. Nomura, F. Proteome-based bacterial identification using matrix-assisted laser
desorption ionization-time of flight mass spectrometry (MALDI-TOF MS): A
revolutionary shift in clinical diagnostic microbiology. Biochim. Biophys. Acta 1854,
528–537 (2015).

17. Bizzini, A., Durussel, C., Bille, J., Greub, G. & Prod’hom, G. Performance of matrix-
assisted laser desorption ionization-time of flight mass spectrometry for identification
of bacterial strains routinely isolated in a clinical microbiology laboratory. J. Clin.
Microbiol. 48, 1549–1554 (2010).

18. Sandalakis, V., Goniotakis, I., Vranakis, I., Chochlakis, D. & Psaroulaki, A. Use of
MALDI-TOF mass spectrometry in the battle against bacterial infectious diseases:
recent achievements and future perspectives. Expert Rev Proteomics 14, 253–267
(2017).

19. Min Jou, W., Haegeman, G., Ysebaert, M. & Fiers, W. Nucleotide sequence of the
gene coding for the bacteriophage MS2 coat protein. Nature 237, 82–88 (1972).

20. Sanger, F., Nicklen, S. & Coulson, A. R. DNA sequencing with chain-terminating
inhibitors. Proc. Natl. Acad. Sci. USA 74, 5463–5467 (1977).

21. Woo, P. C. Y., Lau, S. K. P., Teng, J. L. L., Tse, H. & Yuen, K.-Y. Then and now:
use of 16S rDNA gene sequencing for bacterial identification and discovery of novel
bacteria in clinical microbiology laboratories. Clin. Microbiol. Infect. 14, 908–934
(2008).

22. Janda, J. M. & Abbott, S. L. 16S rRNA gene sequencing for bacterial identification
in the diagnostic laboratory: pluses, perils, and pitfalls. J. Clin. Microbiol. 45, 2761–
2764 (2007).

23. Kemp, M., Jensen, K. H., Dargis, R. & Christensen, J. J. Routine ribosomal PCR and
DNA sequencing for detection and identification of bacteria. Future Microbiol 5,
1101–1107 (2010).

24. Maiden, M. C. J. Multilocus sequence typing of bacteria. Annu. Rev. Microbiol. 60,
561–588 (2006).

25. Pérez-Losada, M., Cabezas, P., Castro-Nallar, E. & Crandall, K. A. Pathogen typing
in the genomics era: MLST and the future of molecular epidemiology. Infect. Genet.
Evol. 16, 38–53 (2013).

26. Head, S. R. et al. Library construction for next-generation sequencing: overviews and
challenges. BioTechniques 56, 61–4, 66, 68, passim (2014).

27. Deurenberg, R. H. et al. Application of next generation sequencing in clinical
microbiology and infection prevention. J. Biotechnol. 243, 16–24 (2017).

28. Slatko, B. E., Gardner, A. F. & Ausubel, F. M. Overview of Next-Generation
Sequencing Technologies. Curr. Protoc. Mol. Biol. 122, e59 (2018).

29. World Health Organization. Antimicrobial resistance: global report on surveillance.
(2014). at
<https://apps.who.int/iris/bitstream/handle/10665/112642/9789241564748_eng.pdf>



59 

30. Munita, J. M. & Arias, C. A. Mechanisms of antibiotic resistance. Microbiology 
spectrum 4, (2016). 

31. Ericsson, H. M. & Sherris, J. C. Antibiotic sensitivity testing. Report of an 
international collaborative study. Acta Pathol. Microbiol. Scand. B Microbiol. 
Immunol. 217, Suppl 217:1+ (1971). 

32. EUCAST: Disk diffusion methodology. at 
<https://www.eucast.org/ast_of_bacteria/disk_diffusion_methodology/> 

33. Jorgensen, J. H. & Ferraro, M. J. Antimicrobial susceptibility testing: a review of 
general principles and contemporary practices. Clin. Infect. Dis. 49, 1749–1755 
(2009). 

34. Bauer, A. W., Kirby, W. M., Sherris, J. C. & Turck, M. Antibiotic susceptibility 
testing by a standardized single disk method. Am. J. Clin. Pathol. 45, 493–496 
(1966). 

35. Fleming, A. On the antibacterial action of cultures of a Penicillium, with special 
reference to their use in the isolation of B. influenzæ. Br J Exp Pathol (1929). at 
<https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2048009/> 

36. Yocum, R. R., Rasmussen, J. R. & Strominger, J. L. The mechanism of action of 
penicillin. Penicillin acylates the active site of Bacillus stearothermophilus D-alanine 
carboxypeptidase. J. Biol. Chem. 255, 3977–3986 (1980). 

37. Yocum, R. R., Waxman, D. J., Rasmussen, J. R. & Strominger, J. L. Mechanism of 
penicillin action: penicillin and substrate bind covalently to the same active site 
serine in two bacterial D-alanine carboxypeptidases. Proc. Natl. Acad. Sci. USA 76, 
2730–2734 (1979). 

38. Wright, A. J. The penicillins. Mayo Clin. Proc. 74, 290–307 (1999). 
39. Krause, K. M., Serio, A. W., Kane, T. R. & Connolly, L. E. Aminoglycosides: An 

Overview. Cold Spring Harb. Perspect. Med. 6, (2016). 
40. Kotra, L. P., Haddad, J. & Mobashery, S. Aminoglycosides: perspectives on 

mechanisms of action and resistance and strategies to counter resistance. Antimicrob. 
Agents Chemother. 44, 3249–3256 (2000). 

41. Wilson, D. N. Ribosome-targeting antibiotics and mechanisms of bacterial resistance. 
Nat. Rev. Microbiol. 12, 35–48 (2014). 

42. Barclay, M. L., Kirkpatrick, C. M. & Begg, E. J. Once daily aminoglycoside therapy. 
Is it less toxic than multiple daily doses and how should it be monitored? Clin 
Pharmacokinet 36, 89–98 (1999). 

43. Jawetz, E. & Gunnison, J. B. An experimental basis of combined antibiotic action. J. 
Am. Med. Assoc. 150, 693–695 (1952). 

44. Simmons, N. A. Antibiotic synergy. J. Antimicrob. Chemother. 1, 257–261 (1975). 
45. Cokol-Cakmak, M. & Cokol, M. Miniaturized checkerboard assays to measure 

antibiotic interactions. Methods Mol. Biol. 1939, 3–9 (2019). 
46. Acar, J. F. Antibiotic synergy and antagonism. Med Clin North Am 84, 1391–1406 

(2000). 
47. Pankey, G. A., Ashcraft, D. S. & Dornelles, A. Comparison of 3 Etest(®) methods 

and time-kill assay for determination of antimicrobial synergy against 



60 

carbapenemase-producing Klebsiella species. Diagn. Microbiol. Infect. Dis. 77, 220–
226 (2013). 

48. Anadiotis, L., Maskell, J. P. & Sefton, A. M. Comparative in-vitro activity of
penicillin alone and combined with gentamicin against clinical isolates of
Streptococcus pneumoniae with decreased susceptibility to penicillin. Int. J.
Antimicrob. Agents 19, 173–181 (2002).

49. Sande, M. A. & Irvin, R. G. Penicillin-aminoglycoside synergy in experimental
Streptococcus viridans endocarditis. J. Infect. Dis. 129, 572–576 (1974).

50. Duperval, R., Bill, N. J., Geraci, J. E. & Washington, J. A. Bactericidal activity of
combinations of penicillin or clindamycin with gentamicin or streptomycin against
species of viridans streptococci. Antimicrob. Agents Chemother. 8, 673–676 (1975).

51. Sunnerhagen, T., Nilson, B. & Rasmussen, M. Antibiotic synergy against viridans
streptococci isolated in infective endocarditis. Int. J. Antimicrob. Agents 45, 550–551
(2015).

52. Winstanley, T. G. & Hastings, J. G. Synergy between penicillin and gentamicin
against enterococci. J. Antimicrob. Chemother. 25, 551–560 (1990).

53. Jawetz, E., Gunnison, J. B. & Coleman, V. R. Combined action of penicillin with
streptomycin or chloromycetin on enterococci in vitro. Am. J. Med. 8, 532 (1950).

54. Eliopoulos, G. M. & Eliopoulos, C. T. Antibiotic combinations: should they be
tested? Clin. Microbiol. Rev. 1, 139–156 (1988).

55. Gómara, M. & Ramón-García, S. The FICI paradigm: Correcting flaws in
antimicrobial in vitro synergy screens at their inception. Biochem. Pharmacol. 163,
299–307 (2019).

56. Brown, S., Santa Maria, J. P. & Walker, S. Wall teichoic acids of gram-positive
bacteria. Annu. Rev. Microbiol. 67, 313–336 (2013).

57. Reichmann, N. T. & Gründling, A. Location, synthesis and function of glycolipids
and polyglycerolphosphate lipoteichoic acid in Gram-positive bacteria of the phylum
Firmicutes. FEMS Microbiol. Lett. 319, 97–105 (2011).

58. Seo, H. S., Cartee, R. T., Pritchard, D. G. & Nahm, M. H. A new model of
pneumococcal lipoteichoic acid structure resolves biochemical, biosynthetic, and
serologic inconsistencies of the current model. J. Bacteriol. 190, 2379–2387 (2008).

59. Fischetti, V. A., Pancholi, V. & Schneewind, O. Conservation of a hexapeptide
sequence in the anchor region of surface proteins from gram-positive cocci. Mol.
Microbiol. 4, 1603–1605 (1990).

60. Siegel, S. D., Reardon, M. E. & Ton-That, H. Anchoring of LPXTG-like proteins to
the Gram-positive cell wall envelope. Curr. Top. Microbiol. Immunol. 404, 159–175
(2017).

61. Siegel, S. D., Liu, J. & Ton-That, H. Biogenesis of the Gram-positive bacterial cell
envelope. Curr. Opin. Microbiol. 34, 31–37 (2016).

62. Paterson, G. K. & Mitchell, T. J. The biology of Gram-positive sortase enzymes.
Trends Microbiol. 12, 89–95 (2004).

63. Spirig, T., Weiner, E. M. & Clubb, R. T. Sortase enzymes in Gram-positive bacteria.
Mol. Microbiol. 82, 1044–1059 (2011).



61 

64. Desvaux, M., Dumas, E., Chafsey, I. & Hébraud, M. Protein cell surface display in 
Gram-positive bacteria: from single protein to macromolecular protein structure. 
FEMS Microbiol. Lett. 256, 1–15 (2006). 

65. Barnett, T. C. & Scott, J. R. Differential recognition of surface proteins in 
Streptococcus pyogenes by two sortase gene homologs. J. Bacteriol. 184, 2181–2191 
(2002). 

66. Rasmussen, M., Müller, H. P. & Björck, L. Protein GRAB of Streptococcus 
pyogenes regulates proteolysis at the bacterial surface by binding alpha2-
macroglobulin. J. Biol. Chem. 274, 15336–15344 (1999). 

67. Navarre, W. W. & Schneewind, O. Proteolytic cleavage and cell wall anchoring at 
the LPXTG motif of surface proteins in gram-positive bacteria. Mol. Microbiol. 14, 
115–121 (1994). 

68. Uhlén, M., Guss, B., Nilsson, B., Götz, F. & Lindberg, M. Expression of the gene 
encoding protein A in Staphylococcus aureus and coagulase-negative staphylococci. 
J. Bacteriol. 159, 713–719 (1984). 

69. Mazmanian, S. K., Liu, G., Ton-That, H. & Schneewind, O. Staphylococcus aureus 
sortase, an enzyme that anchors surface proteins to the cell wall. Science 285, 760–
763 (1999). 

70. Williams, R. E., Hirch, A. & Cowan, S. T. Aerococcus, a new bacterial genus. J. 
Gen. Microbiol. 8, 475–480 (1953). 

71. Christensen, J. J., Korner, B. & Kjaergaard, H. Aerococcus-like organism--an 
unnoticed urinary tract pathogen. APMIS 97, 539–546 (1989). 

72. Christensen, J. J., Gutschik, E., Friis-Møller, A. & Korner, B. Urosepticemia and 
fatal endocarditis caused by Aerococcus-like organisms. Scand. J. Infect. Dis. 23, 
717–721 (1991). 

73. Christensen, J. J., Vibits, H., Ursing, J. & Korner, B. Aerococcus-like organism, a 
newly recognized potential urinary tract pathogen. J. Clin. Microbiol. 29, 1049–1053 
(1991). 

74. Aguirre, M. & Collins, M. D. Phylogenetic analysis of some Aerococcus-like 
organisms from urinary tract infections: description of Aerococcus urinae sp. nov. J. 
Gen. Microbiol. 138, 401–405 (1992). 

75. Lawson, P. A., Falsen, E., Truberg-Jensen, K. & Collins, M. D. Aerococcus 
sanguicola sp. nov., isolated from a human clinical source. Int. J. Syst. Evol. 
Microbiol. 51, 475–479 (2001). 

76. Collins, M. D., Jovita, M. R., Hutson, R. A., Ohlén, M. & Falsen, E. Aerococcus 
christensenii sp. nov., from the human vagina. Int J Syst Bacteriol 49 Pt 3, 1125–
1128 (1999). 

77. Lawson, P. A., Falsen, E., Ohlén, M. & Collins, M. D. Aerococcus urinaehominis sp. 
nov., isolated from human urine. Int. J. Syst. Evol. Microbiol. 51, 683–686 (2001). 

78. Felis, G. E., Torriani, S. & Dellaglio, F. Reclassification of Pediococcus urinaeequi 
(ex Mees 1934) Garvie 1988 as Aerococcus urinaeequi comb. nov. Int. J. Syst. Evol. 
Microbiol. 55, 1325–1327 (2005). 



62 

79. Vela, A. I. et al. Aerococcus suis sp. nov., isolated from clinical specimens from
swine. Int. J. Syst. Evol. Microbiol. 57, 1291–1294 (2007).

80. Tohno, M. et al. Aerococcus vaginalis sp. nov., isolated from the vaginal mucosa of a
beef cow, and emended descriptions of Aerococcus suis, Aerococcus viridans,
Aerococcus urinaeequi, Aerococcus urinaehominis, Aerococcus urinae, Aerococcus
christensenii and Aerococcus sanguinicola. Int. J. Syst. Evol. Microbiol. 64, 1229–
1236 (2014).

81. Rasmussen, M. Aerococci and aerococcal infections. J. Infect. 66, 467–474 (2013).
82. Grude, N., Jenkins, A., Tveten, Y. & Kristiansen, B.-E. Identification of Aerococcus

urinae in urine samples. Clin. Microbiol. Infect. 9, 976–979 (2003).
83. Cattoir, V., Kobal, A. & Legrand, P. Aerococcus urinae and Aerococcus

sanguinicola, two frequently misidentified uropathogens. Scand. J. Infect. Dis. 42,
775–780 (2010).

84. Facklam, R., Lovgren, M., Shewmaker, P. L. & Tyrrell, G. Phenotypic description
and antimicrobial susceptibilities of Aerococcus sanguinicola isolates from human
clinical samples. J. Clin. Microbiol. 41, 2587–2592 (2003).

85. Nielsen, X. C. et al. 16S-23S Intergenic Spacer (ITS) region sequence analysis:
applicability and usefulness in identifying genera and species resembling non-
hemolytic streptococci. Clinical Microbiology (2013). at
<https://portal.findresearcher.sdu.dk/en/publications/16s-23s-intergenic-spacer-its-
region-sequence-analysis-applicabil>

86. Senneby, E., Nilson, B., Petersson, A.-C. & Rasmussen, M. Matrix-assisted laser
desorption ionization-time of flight mass spectrometry is a sensitive and specific
method for identification of aerococci. J. Clin. Microbiol. 51, 1303–1304 (2013).

87. Christensen, J. J. et al. Matrix-assisted laser desorption ionization-time of flight mass
spectrometry analysis of Gram-positive, catalase-negative cocci not belonging to the
Streptococcus or Enterococcus genus and benefits of database extension. J. Clin.
Microbiol. 50, 1787–1791 (2012).

88. Steenbergen, J. F., Kimball, H. S., Low, D. A., Schapiro, H. C. & Phelps, L. N.
Serological grouping of virulent and avirulent strains of the lobster pathogen
Aerococcus viridans. J. Gen. Microbiol. 99, 425–430 (1977).

89. Stewart, J. E., Cornick, J. W., Zwicker, B. M. & Arie, B. Studies on the virulence of
Aerococcus viridans (var.) homari, the causative agent of gaffkemia, a fatal disease
of homarid lobsters. Dis. Aquat. Organ. 60, 149–155 (2004).

90. Spaková, T. et al. Limited genetic diversity of Aerococcus viridans strains isolated
from clinical and subclinical cases of bovine mastitis in Slovakia. Pol. J. Vet. Sci. 15,
329–335 (2012).

91. Saishu, N., Morimoto, K., Yamasato, H., Ozaki, H. & Murase, T. Characterization of
Aerococcus viridans isolated from milk samples from cows with mastitis and manure
samples. J Vet Med Sci (2015). doi:10.1292/jvms.15-0100

92. Jiang, X., Yang, S. & Sun, G. Odontogenic infection due to Aerococcus viridans: a
case report. J. Oral Maxillofac. Surg. 71, 1552–1554 (2013).

93. Martín, V. et al. Characterization of Aerococcus viridans isolates from swine clinical
specimens. J. Clin. Microbiol. 45, 3053–3057 (2007).



63 

94. Torrent, A. et al. Esophageal diverticulum associated with Aerococcus viridans 
infection in a loggerhead sea turtle (Caretta caretta). J. Wildl. Dis. 38, 221–223 
(2002). 

95. Calık, A. N., Velibey, Y., Cağdaş, M. & Nurkalem, Z. An unusual microorganism, 
Aerococcus viridans, causing endocarditis and aortic valvular obstruction due to a 
huge vegetation. Turk Kardiyol. Dern. Ars. 39, 317–319 (2011). 

96. Rasmussen, M. Which aerococcus? comment on: an unusual microorganism, 
Aerocoıccus viridans, causing endocarditis and aortic valvular obstruction due to a 
huge vegetation (turk kardiyol dern ars 2011;39:317-9). Turk Kardiyol. Dern. Ars. 
39, 630 (2011). 

97. Mohan, B., Zaman, K., Anand, N. & Taneja, N. Aerococcus viridans: A rare 
pathogen causing urinary tract infection. J. Clin. Diagn. Res. 11, DR01-DR03 
(2017). 

98. Ezechukwu, I., Singal, M. & Igbinosa, O. Aerococcus viridans: case report, 
microbiology, and literature review. Am. J. Case Rep. 20, 697–700 (2019). 

99. Shannon, O., Mörgelin, M. & Rasmussen, M. Platelet activation and biofilm 
formation by Aerococcus urinae, an endocarditis-causing pathogen. Infect. Immun. 
78, 4268–4275 (2010). 

100. Senneby, E., Eriksson, B., Fagerholm, E. & Rasmussen, M. Bacteremia with 
Aerococcus sanguinicola: Case series with characterization of virulence properties. 
Open forum infectious diseases 1, ofu025 (2014). 

101. Carkaci, D. et al. Genomic characterization, phylogenetic analysis, and identification 
of virulence factors in Aerococcus sanguinicola and Aerococcus urinae strains 
isolated from infection episodes. Microb. Pathog. 112, 327–340 (2017). 

102. Yu, Y. et al. Aerococcus urinae and Globicatella sanguinis persist in polymicrobial 
urethral catheter biofilms examined in longitudinal profiles at the proteomic level. 
Biochemistry insights 12, 1178626419875089 (2019). 

103. Yasukawa, K., Afzal, Z., Mbang, P., Stager, C. E. & Musher, D. M. Aerococcal 
infection at three US Tertiary Care Hospitals. South Med. J. 107, 642–647 (2014). 

104. Babaeer, A. A., Nader, C., Iacoviello, V. & Tomera, K. Necrotizing Urethritis due to 
Aerococcus urinae. Case Rep. Urol. 2015, 136147 (2015). 

105. Christensen, J. J. et al. Bacteremia/septicemia due to Aerococcus-like organisms: 
report of seventeen cases. Danish ALO Study Group. Clin. Infect. Dis. 21, 943–947 
(1995). 

106. Oskooi, M., Sunnerhagen, T., Senneby, E. & Rasmussen, M. A prospective 
observational treatment study of aerococcal urinary tract infection. J. Infect. 76, 354–
360 (2018). 

107. de Vries, T. W. & Brandenburg, A. H. Foul smelling urine in a 7-year-old boy caused 
by Aerococcus urinae. Pediatr. Infect. Dis. J. 31, 1316–1317 (2012). 

108. Lenherr, N., Berndt, A., Ritz, N. & Rudin, C. Aerococcus urinae: a possible reason 
for malodorous urine in otherwise healthy children. Eur. J. Pediatr. 173, 1115–1117 
(2014). 



64 

109. Jose, A., Cunha, B. A., Klein, N. C. & Schoch, P. E. Aerococcus christensenii native 
aortic valve subacute bacterial endocarditis (SBE) presenting as culture negative 
endocarditis (CNE) mimicking marantic endocarditis. Heart Lung 43, 161–163 
(2014). 

110. Adomavicius, D., Bock, M., Vahl, C.-F. & Siegel, E. Aerococcus urinae mitral valve 
endocarditis-related stroke: A case report and literature review. Journal of 
investigative medicine high impact case reports 6, 2324709618758351 (2018). 

111. Zbinden, R., Santanam, P., Hunziker, L., Leuzinger, B. & von Graevenitz, A. 
Endocarditis due to Aerococcus urinae: diagnostic tests, fatty acid composition and 
killing kinetics. Infection 27, 122–124 (1999). 

112. Sunnerhagen, T., Nilson, B., Olaison, L. & Rasmussen, M. Clinical and 
microbiological features of infective endocarditis caused by aerococci. Infection 44, 
167–173 (2016). 

113. Senneby, E., Göransson, L., Weiber, S. & Rasmussen, M. A population-based study 
of aerococcal bacteraemia in the MALDI-TOF MS-era. Eur. J. Clin. Microbiol. 
Infect. Dis. 35, 755–762 (2016). 

114. Rougier, E. et al. Spondylodiscitis due to Aerococcus urinae and literature review. 
Infection 46, 419–421 (2018). 

115. Senneby, E., Petersson, A. C. & Rasmussen, M. Clinical and microbiological features 
of bacteraemia with Aerococcus urinae. Clin. Microbiol. Infect. 18, 546–550 (2012). 

116. Greco, M. et al. Musculoskeletal infections caused by Aerococcus urinae: a case-
based review. Clin. Rheumatol. 37, 2587–2594 (2018). 

117. Humphries, R. M., Lee, C. & Hindler, J. A. Aerococcus urinae and trimethoprim-
sulfamethoxazole. J. Clin. Microbiol. 49, 3934–3935 (2011). 

118. Christensen, J. J., Korner, B., Casals, J. B. & Pringler, N. Aerococcus-like organisms: 
use of antibiograms for diagnostic and taxonomic purposes. J. Antimicrob. 
Chemother. 38, 253–258 (1996). 

119. Senneby, E., Petersson, A.-C. & Rasmussen, M. Epidemiology and antibiotic 
susceptibility of aerococci in urinary cultures. Diagn. Microbiol. Infect. Dis. 81, 149–
151 (2015). 

120. Skov, R., Christensen, J. J., Korner, B., Frimodt-Møller, N. & Espersen, F. In vitro 
antimicrobial susceptibility of Aerococcus urinae to 14 antibiotics, and time-kill 
curves for penicillin, gentamicin and vancomycin. J. Antimicrob. Chemother. 48, 
653–658 (2001). 

121. Humphries, R. M. & Hindler, J. A. In vitro antimicrobial susceptibility of 
Aerococcus urinae. J. Clin. Microbiol. 52, 2177–2180 (2014). 

122. Hirzel, C. et al. In vitro susceptibility of Aerococcus urinae isolates to antibiotics 
used for uncomplicated urinary tract infection. J. Infect. 71, 395–397 (2015). 

123. Carkaci, D. et al. Aerococcus urinae and Aerococcus sanguinicola: Susceptibility 
testing of 120 isolates to six antimicrobial agents using disk diffusion (EUCAST), 
Etest, and broth microdilution techniques. Open Microbiol. J. 11, 160–166 (2017). 

124. Collins, M. D. & Lawson, P. A. The genus Abiotrophia (Kawamura et al.) is not 
monophyletic: proposal of Granulicatella gen. nov., Granulicatella adiacens comb. 



65 

nov., Granulicatella elegans comb. nov. and Granulicatella balaenopterae comb. 
nov. Int. J. Syst. Evol. Microbiol. 50 Pt 1, 365–369 (2000). 

125. Frenkel, A. & Hirsch, W. Spontaneous development of L forms of streptococci 
requiring secretions of other bacteria or sulphydryl compounds for normal growth. 
Nature 191, 728–730 (1961). 

126. Kawamura, Y. et al. Transfer of Streptococcus adjacens and Streptococcus defectivus 
to Abiotrophia gen. nov. as Abiotrophia adiacens comb. nov. and Abiotrophia 
defectiva comb. nov., respectively. Int J Syst Bacteriol 45, 798–803 (1995). 

127. Kitada, K., Okada, Y., Kanamoto, T. & Inoue, M. Serological properties of 
Abiotrophia and Granulicatella species (nutritionally variant streptococci). 
Microbiol. Immunol. 44, 981–985 (2000). 

128. Kanamoto, T., Sato, S. & Inoue, M. Genetic heterogeneities and phenotypic 
characteristics of strains of the genus Abiotrophia and proposal of Abiotrophia para-
adiacens sp. nov. J. Clin. Microbiol. 38, 492–498 (2000). 

129. Woo, P. C.-Y. et al. Granulicatella adiacens and Abiotrophia defectiva bacteraemia 
characterized by 16S rRNA gene sequencing. J. Med. Microbiol. 52, 137–140 
(2003). 

130. Patri, S. & Agrawal, Y. Granulicatella elegans endocarditis: a diagnostic and 
therapeutic challenge. BMJ Case Rep. 2016, (2016). 

131. Cerceo, E., Christie, J. D., Nachamkin, I. & Lautenbach, E. Central nervous system 
infections due to Abiotrophia and Granulicatella species: an emerging challenge? 
Diagn. Microbiol. Infect. Dis. 48, 161–165 (2004). 

132. Cargill, J. S., Scott, K. S., Gascoyne-Binzi, D. & Sandoe, J. A. T. Granulicatella 
infection: diagnosis and management. J. Med. Microbiol. 61, 755–761 (2012). 

133. Lif Holgerson, P., Öhman, C., Rönnlund, A. & Johansson, I. Maturation of oral 
microbiota in children with or without dental caries. PLoS One 10, e0128534 (2015). 

134. Aas, J. A., Paster, B. J., Stokes, L. N., Olsen, I. & Dewhirst, F. E. Defining the 
normal bacterial flora of the oral cavity. J. Clin. Microbiol. 43, 5721–5732 (2005). 

135. Puzzolante, C. et al. Granulicatella adiacens and Abiotrophia defectiva Native 
vertebral osteomyelitis: Three cases and literature review of clinical characteristics 
and treatment approach. Case Rep. Infect. Dis. 2019, 5038563 (2019). 

136. Almuzara, M. et al. Matrix-assisted Laser Desorption Ionization-Time-of-Flight 
Mass Spectrometry (MALDI-TOF MS) as a reliable tool to identify species of 
catalase-negative Gram-positive cocci not belonging to the Streptococcus genus. 
Open Microbiol. J. 10, 202–208 (2016). 

137. Schulthess, B. et al. Identification of Gram-positive cocci by use of matrix-assisted 
laser desorption ionization-time of flight mass spectrometry: comparison of different 
preparation methods and implementation of a practical algorithm for routine 
diagnostics. J. Clin. Microbiol. 51, 1834–1840 (2013). 

138. Téllez, A. et al. Epidemiology, clinical features, and outcome of infective 
endocarditis due to Abiotrophia species and Granulicatella species: Report of 76 
cases, 2000-2015. Clin. Infect. Dis. 66, 104–111 (2018). 



66 

139. Bakhsh, W., Childs, S., Ikpeze, T. & Mesfin, A. Lumbar spine infection by
Granulicatella and Abiotrophia species. World Neurosurg. 108, 997.e1-997.e3
(2017).

140. Manderwad, G. P., Murthy, S. I. & Motukupally, S. R. Postkeratoplasty keratitis
caused by Abiotrophia defectiva: An onusual cause of graft infection. Middle East
Afr. J. Ophthalmol. 22, 383–385 (2015).

141. Miraclin, A. T., Perumalla, S. K., Daniel, J. & Sathyendra, S. Abiotrophia defectiva
endarteritis with infective spondylodiscitis in an adult patient with patent ductus
arteriosus. BMJ Case Rep. 2017, (2017).

142. Ince, A., Tiemer, B., Gille, J., Boos, C. & Russlies, M. Total knee arthroplasty
infection due to Abiotrophia defectiva. J. Med. Microbiol. 51, 899–902 (2002).

143. Tooley, T. R., Siljander, M. P. & Hubers, M. Development of a periprosthetic joint
infection by Abiotrophia defectiva years after total knee arthroplasty. Arthroplasty
today 5, 49–51 (2019).

144. Roggenkamp, A. et al. Abiotrophia elegans sp. nov., a possible pathogen in patients
with culture-negative endocarditis. J. Clin. Microbiol. 36, 100–104 (1998).

145. Biermann, C., Fries, G., Jehnichen, P., Bhakdi, S. & Husmann, M. Isolation of
Abiotrophia adiacens from a brain abscess which developed in a patient after
neurosurgery. J. Clin. Microbiol. 37, 769–771 (1999).

146. Quénard, F., Seng, P., Lagier, J.-C., Fenollar, F. & Stein, A. Prosthetic joint infection
caused by Granulicatella adiacens: a case series and review of literature. BMC
Musculoskelet. Disord. 18, 276 (2017).

147. del Pozo, J. L. et al. Granulicatella adiacens breast implant-associated infection.
Diagn. Microbiol. Infect. Dis. 61, 58–60 (2008).

148. Kim, Y. J., Choi, B. M. & Choi, K. S. Granulicatella elegans Causing Periorbital
Infection During Orthodontic Treatment. Ophthal Plast Reconstr Surg 32, e81-3
(2016).

149. Sendi, P. et al. Cardiac Implantable Electronic Device-Related Infection Due to
Granulicatella adiacens. Open forum infectious diseases 6, ofz130 (2019).

150. Pingili, C., Sterns, J. & Jose, P. First case of prosthetic knee infection with
Granulicatella adiacens in the United States. IDCases 10, 63–64 (2017).

151. Sasaki, M. et al. Contribution of different adherent properties of Granulicatella
adiacens and Abiotrophia defectiva to their associations with oral colonization and
the risk of infective endocarditis. J. Oral Sci. 62, 36–39 (2020).

152. Gonzalez Moreno, M. et al. In vitro antimicrobial activity against Abiotrophia
defectiva and Granulicatella elegans biofilms. J. Antimicrob. Chemother. 74, 2261–
2268 (2019).

153. Yamaguchi, T., Soutome, S. & Oho, T. Purification of a novel fibronectin binding
protein from “Granulicatella para-adiacens”. Pathog Dis 71, (2014).

154. Senn, L., Entenza, J. M. & Prod’hom, G. Adherence of Abiotrophia defectiva and
Granulicatella species to fibronectin: is there a link with endovascular infections?
FEMS Immunol. Med. Microbiol. 48, 215–217 (2006).



67 

155. Yamaguchi, T., Soutome, S. & Oho, T. Identification and characterization of a 
fibronectin-binding protein from Granulicatella adiacens. Mol. Oral Microbiol. 26, 
353–364 (2011). 

156. Mushtaq, A. et al. Differential Antimicrobial Susceptibilities of Granulicatella 
adiacens and Abiotrophia defectiva. Antimicrob. Agents Chemother. 60, 5036–5039 
(2016). 

157. Prasidthrathsint, K. & Fisher, M. A. Antimicrobial susceptibility patterns among a 
large, nationwide cohort of Abiotrophia and Granulicatella clinical isolates. J. Clin. 
Microbiol. 55, 1025–1031 (2017). 

158. Kanamoto, T., Terakubo, S. & Nakashima, H. Antimicrobial susceptibilities of oral 
isolates of Abiotrophia and Granulicatella according to the consensus guidelines for 
fastidious bacteria. Medicines 5, (2018). 

159. Lancefield, R. C. A serological differentiation of human and other groups of 
hemolytic streptococci. J. Exp. Med. 57, 571–595 (1933). 

160. Facklam, R. What happened to the streptococci: overview of taxonomic and 
nomenclature changes. Clin. Microbiol. Rev. 15, 613–630 (2002). 

161. Sherman, J. M. The streptococci. Bacteriol Rev 1, 3–97 (1937). 
162. Neill, J. M. & Mallory, T. B. Studies on the oxidation and reduction of 

immunological substances : iv. streptolysin. J. Exp. Med. 44, 241–260 (1926). 
163. Herbert, D. & Todd, E. W. Purification and properties of a haemolysin produced by 

group A haemolytic streptococci (streptolysin O). Biochem. J. 35, 1124–1139 (1941). 
164. Piscitelli, S. C., Shwed, J., Schreckenberger, P. & Danziger, L. H. Streptococcus 

milleri group: renewed interest in an elusive pathogen. Eur. J. Clin. Microbiol. Infect. 
Dis. 11, 491–498 (1992). 

165. Coykendall, A. L., Wesbecher, P. M. & Gustafson, K. B. “Streptococcus milleri” 
Streptococcus constellatus, and Streptococcus intermedius Are Later Synonyms of 
Streptococcus anginosus. Int J Syst Bacteriol 37, 222–228 (1987). 

166. Asam, D. & Spellerberg, B. Molecular pathogenicity of Streptococcus anginosus. 
Mol. Oral Microbiol. 29, 145–155 (2014). 

167. Kim, S. L., Gordon, S. M. & Shrestha, N. K. Distribution of streptococcal groups 
causing infective endocarditis: a descriptive study. Diagn. Microbiol. Infect. Dis. 91, 
269–272 (2018). 

168. Salavert, M. et al. Seven-year review of bacteremia caused by Streptococcus milleri 
and other viridans streptococci. Eur. J. Clin. Microbiol. Infect. Dis. 15, 365–371 
(1996). 

169. Vogkou, C. T., Vlachogiannis, N. I., Palaiodimos, L. & Kousoulis, A. A. The 
causative agents in infective endocarditis: a systematic review comprising 33,214 
cases. Eur. J. Clin. Microbiol. Infect. Dis. 35, 1227–1245 (2016). 

170. Nilson, B., Olaison, L. & Rasmussen, M. Clinical presentation of infective 
endocarditis caused by different groups of non-beta haemolytic streptococci. Eur. J. 
Clin. Microbiol. Infect. Dis. 35, 215–218 (2016). 

171. Richards, V. P. et al. Phylogenomics and the dynamic genome evolution of the genus 
Streptococcus. Genome Biol. Evol. 6, 741–753 (2014). 



68 

172. Köhler, W. The present state of species within the genera Streptococcus and 
Enterococcus. Int. J. Med. Microbiol. 297, 133–150 (2007). 

173. Patel, S. & Gupta, R. S. Robust demarcation of fourteen different species groups 
within the genus Streptococcus based on genome-based phylogenies and molecular 
signatures. Infect. Genet. Evol. 66, 130–151 (2018). 

174. Chen, J. H. K. et al. Use of MALDI Biotyper plus ClinProTools mass spectra 
analysis for correct identification of Streptococcus pneumoniae and Streptococcus 
mitis/oralis. J. Clin. Pathol. 68, 652–656 (2015). 

175. Harju, I. et al. Improved Differentiation of Streptococcus pneumoniae and other S. 
mitis group streptococci by MALDI Biotyper using an improved MALDI Biotyper 
database content and a novel result interpretation algorithm. J. Clin. Microbiol. 55, 
914–922 (2017). 

176. Abranches, J. et al. Biology of oral streptococci. Microbiology spectrum 6, (2018). 
177. Friedrichs, C., Rodloff, A. C., Chhatwal, G. S., Schellenberger, W. & Eschrich, K. 

Rapid identification of viridans streptococci by mass spectrometric discrimination. J. 
Clin. Microbiol. 45, 2392–2397 (2007). 

178. Rupf, S. et al. Differentiation of mutans streptococci by intact cell matrix-assisted 
laser desorption/ionization time-of-flight mass spectrometry. Oral Microbiol 
Immunol 20, 267–273 (2005). 

179. Dekker, J. P. & Lau, A. F. An Update on the Streptococcus bovis Group: 
Classification, Identification, and Disease Associations. J. Clin. Microbiol. 54, 1694–
1699 (2016). 

180. Poyart, C., Quesne, G. & Trieu-Cuot, P. Taxonomic dissection of the Streptococcus 
bovis group by analysis of manganese-dependent superoxide dismutase gene (sodA) 
sequences: reclassification of “Streptococcus infantarius subsp. coli” as 
Streptococcus lutetiensis sp. nov. and of Streptococcus bovis biotype 11.2 as 
Streptococcus pasteurianus sp. nov. Int. J. Syst. Evol. Microbiol. 52, 1247–1255 
(2002). 

181. Agergaard, C. N. et al. Species identification of Streptococcus bovis group isolates 
causing bacteremia: a comparison of two MALDI-TOF MS systems. Diagn. 
Microbiol. Infect. Dis. 88, 23–25 (2017). 

182. Whiley, R. A., Beighton, D., Winstanley, T. G., Fraser, H. Y. & Hardie, J. M. 
Streptococcus intermedius, Streptococcus constellatus, and Streptococcus anginosus 
(the Streptococcus milleri group): association with different body sites and clinical 
infections. J. Clin. Microbiol. 30, 243–244 (1992). 

183. Whitworth, J. M. Lancefield group F and related streptococci. J. Med. Microbiol. 33, 
135–151 (1990). 

184. Asam, D., Mauerer, S. & Spellerberg, B. Streptolysin S of Streptococcus anginosus 
exhibits broad-range hemolytic activity. Med Microbiol Immunol 204, 227–237 
(2015). 

185. Nagamune, H. et al. Intermedilysin, a novel cytotoxin specific for human cells 
secreted by Streptococcus intermedius UNS46 isolated from a human liver abscess. 
Infect. Immun. 64, 3093–3100 (1996). 



69 

186. Fazili, T. et al. Streptococcus anginosus Group Bacterial Infections. Am. J. Med. Sci. 
354, 257–261 (2017). 

187. Singh, K. P., Morris, A., Lang, S. D., MacCulloch, D. M. & Bremner, D. A. 
Clinically significant Streptococcus anginosus (Streptococcus milleri) infections: a 
review of 186 cases. N Z Med J 101, 813–816 (1988). 

188. Sunnerhagen, T., Törnell, A., Vikbrant, M., Nilson, B. & Rasmussen, M. HANDOC: 
A handy score to determine the need for echocardiography in non-β-hemolytic 
streptococcal nacteremia. Clin. Infect. Dis. 66, 693–698 (2018). 

189. Zhu, B., Macleod, L. C., Kitten, T. & Xu, P. Streptococcus sanguinis biofilm 
formation & interaction with oral pathogens. Future Microbiol 13, 915–932 (2018). 

190. Mitchell, J. Streptococcus mitis: walking the line between commensalism and 
pathogenesis. Mol. Oral Microbiol. 26, 89–98 (2011). 

191. Kilian, M., Riley, D. R., Jensen, A., Brüggemann, H. & Tettelin, H. Parallel 
evolution of Streptococcus pneumoniae and Streptococcus mitis to pathogenic and 
mutualistic lifestyles. MBio 5, e01490-14 (2014). 

192. Lessa, F. C. et al. Streptococcus mitis Expressing Pneumococcal Serotype 1 Capsule. 
Sci. Rep. 8, 17959 (2018). 

193. Rukke, H. V. et al. Protective role of the capsule and impact of serotype 4 switching 
on Streptococcus mitis. Infect. Immun. 82, 3790–3801 (2014). 

194. Rukke, H. V., Engen, S. A., Schenck, K. & Petersen, F. C. Capsule expression in 
Streptococcus mitis modulates interaction with oral keratinocytes and alters 
susceptibility to human antimicrobial peptides. Mol. Oral Microbiol. 31, 302–313 
(2016). 

195. Scannapieco, F. A., Solomon, L. & Wadenya, R. O. Emergence in human dental 
plaque and host distribution of amylase-binding streptococci. J. Dent. Res. 73, 1627–
1635 (1994). 

196. Inquimbert, C. et al. The oral bacterial microbiome of interdental surfaces in 
adolescents according to carious risk. Microorganisms 7, (2019). 

197. Lemos, J. A. et al. The Biology of Streptococcus mutans. Microbiology spectrum 7, 
(2019). 

198. Sunnerhagen, T. et al. External validation of the HANDOC score - high sensitivity to 
identify patients with non-beta-haemolytic streptococcal endocarditis. Infectious 
diseases (London, England) 52, 54–57 (2020). 

199. Parra-Grande, M., Hernández-Ros, P., Prats-Sánchez, I. & López-García, P. Joint 
prosthesis infection by Streptococcus mutans. Reumatol Clin 15, e78–e79 (2019). 

200. Olson, L. B., Turner, D. J., Cox, G. M. & Hostler, C. J. Streptococcus salivarius 
Prosthetic Joint Infection following Dental Cleaning despite Antibiotic Prophylaxis. 
Case Rep. Infect. Dis. 2019, 8109280 (2019). 

201. Jovanovic, U., Freyer, M. & Heckmann, J. G. Streptococcus salivarius meningitis: a 
spontaneous case in a 74-year-old man. Acta Neurol. Belg. 119, 481–482 (2019). 

202. Srinivasan, V. et al. Using PCR-based detection and genotyping to trace 
Streptococcus salivarius meningitis outbreak strain to oral flora of radiology 
physician assistant. PLoS One 7, e32169 (2012). 



70 

203. Herrera, P., Kwon, Y. M. & Ricke, S. C. Ecology and pathogenicity of
gastrointestinal Streptococcus bovis. Anaerobe 15, 44–54 (2009).

204. Klein, R. S. et al. Association of Streptococcus bovis with carcinoma of the colon. N.
Engl. J. Med. 297, 800–802 (1977).

205. Klein, R. S., Warman, S. W., Knackmuhs, G. G., Edberg, S. C. & Steigbigel, N. H.
Lack of association of Streptococcus bovis with noncolonic gastrointestinal
carcinoma. Am. J. Gastroenterol. 82, 540–543 (1987).

206. Gupta, A., Madani, R. & Mukhtar, H. Streptococcus bovis endocarditis, a silent sign
for colonic tumour. Colorectal Dis 12, 164–171 (2010).

207. Tsai, C.-E. et al. Associated factors in Streptococcus bovis bacteremia and colorectal
cancer. Kaohsiung J. Med. Sci. 32, 196–200 (2016).

208. Vaska, V. L. & Faoagali, J. L. Streptococcus bovis bacteraemia: identification within
organism complex and association with endocarditis and colonic malignancy.
Pathology 41, 183–186 (2009).

209. Olmos, C. et al. Streptococcus bovis endocarditis: Update from a multicenter
registry. Am. Heart J. 171, 7–13 (2016).

210. Corredoira, J., García-Pais, M. J., Rabuñal, R. & Alonso, M. P. Streptococcus bovis
endocarditis: Epidemiological differences depending on geographical source. Am.
Heart J. 177, e1-2 (2016).

211. Alcaide, F. et al. In vitro activities of 22 beta-lactam antibiotics against penicillin-
resistant and penicillin-susceptible viridans group streptococci isolated from blood.
Antimicrob. Agents Chemother. 39, 2243–2247 (1995).

212. Chun, S., Huh, H. J. & Lee, N. Y. Species-specific difference in antimicrobial
susceptibility among viridans group streptococci. Ann Lab Med 35, 205–211 (2015).

213. Tuohy, M. & Washington, J. A. Antimicrobial susceptibility of viridans group
streptococci. Diagn. Microbiol. Infect. Dis. 29, 277–280 (1997).

214. Berger, U. A proposed new genus of gram-negative cocci: Gemella. International
Bulletin of Bacteriological Nomenclature and Taxonomy 11, 17–19 (1961).

215. Thjötta, T. & Böe, J. Neisseria hemolysans. A hemolytic species of Neisseria
trevisan. Acta Pathologica et Microbiologica Scandinavica (1938). at
<https://www.cabdirect.org/cabdirect/abstract/19392700449>

216. Reyn, A., Birch-Andersen, A. & Berger, U. Fine structure and taxonomic position of
Neisseria haemolysans (Thjotta and Boe 1938) or Gemella haemolysans (Berger
1960). Acta Pathol. Microbiol. Scand. B Microbiol. Immunol. 78, 375–389 (1970).

217. Berger, U. & Wezel, M. Zur Frage der Identität hämolysierender saprophytischer
Neisserien. Zeitschrift für Hygiene und Infektionskrankheiten 146, 244–252 (1960).

218. KILPPER-BaLZ, R. & Schleifer, K. H. Transfer of Streptococcus morbillorum to the
Genus Gemella as Gemella morbillorum comb. nov. Int J Syst Bacteriol 38, 442–443
(1988).

219. García López, E. & Martín-Galiano, A. J. The versatility of opportunistic infections
caused by Gemella isolates is supported by the carriage of virulence factors from
multiple origins. Front. Microbiol. 11, 524 (2020).



71 

220. Collins, M. D., Hutson, R. A., Falsen, E., Sjöden, B. & Facklam, R. R. Gemella 
bergeriae sp. nov., isolated from human clinical specimens. J. Clin. Microbiol. 36, 
1290–1293 (1998). 

221. Tunnicliff, R. The cultivation of a micrococcus from blood in pre-eruptive and 
eruptive stages of measles. JAMA LXVIII, 1028 (1917). 

222. Hung, W.-C. et al. Gemella parahaemolysans sp. nov. and Gemella taiwanensis sp. 
nov., isolated from human clinical specimens. Int. J. Syst. Evol. Microbiol. 64, 2060–
2065 (2014). 

223. Ulger-Toprak, N., Summanen, P. H., Liu, C., Rowlinson, M.-C. & Finegold, S. M. 
Gemella asaccharolytica sp. nov., isolated from human clinical specimens. Int. J. 
Syst. Evol. Microbiol. 60, 1023–1026 (2010). 

224. Collins, M. D., Hutson, R. A., Falsen, E., Sjöden, B. & Facklam, R. R. Description of 
Gemella sanguinis sp. nov., isolated from human clinical specimens. J. Clin. 
Microbiol. 36, 3090–3093 (1998). 

225. Pereira, J. V., Leomil, L., Rodrigues-Albuquerque, F., Pereira, J. O. & Astolfi-Filho, 
S. Bacterial diversity in the saliva of patients with different oral hygiene indexes. 
Braz. Dent. J. 23, 409–416 (2012). 

226. Luo, A. H., Yang, D. Q., Xin, B. C., Paster, B. J. & Qin, J. Microbial profiles in 
saliva from children with and without caries in mixed dentition. Oral Dis 18, 595–
601 (2012). 

227. Diaz, P. I. et al. Using high throughput sequencing to explore the biodiversity in oral 
bacterial communities. Mol. Oral Microbiol. 27, 182–201 (2012). 

228. Marchini, L., Campos, M. S., Silva, A. M., Paulino, L. C. & Nobrega, F. G. Bacterial 
diversity in aphthous ulcers. Oral Microbiol Immunol 22, 225–231 (2007). 

229. Shinha, T. Endocarditis due to Gemella morbillorum. Intern. Med. 56, 1751 (2017). 
230. Zaidi, S. J., Husayni, T. & Collins, M. A. Gemella bergeri infective endocarditis: a 

case report and brief review of literature. Cardiol Young 28, 762–764 (2018). 
231. Sideris, A. C., Zimmermann, E., Ogami, T. & Avgerinos, D. V. A rare case of 

isolated mitral valve endocarditis by Gemella sanguinis: Case report and review of 
the literature. Int. J. Surg. Case Rep. 69, 51–54 (2020). 

232. Virgilio, E. & Chieco, P. A. Sixth case of infective endocarditis caused by Gemella 
bergeri. Braz J Infect Dis 18, 467 (2014). 

233. Wood, C. A. Infections caused by Gemella morbillorum. Lancet 342, 560 (1993). 
234. Buu-Hoï, A., Sapoetra, A., Branger, C. & Acar, J. F. Antimicrobial susceptibility of 

Gemella haemolysans isolated from patients with subacute endocarditis. Eur. J. Clin. 
Microbiol. 1, 102–106 (1982). 

235. Berge, A. et al. Risk for endocarditis in bacteremia with Streptococcus-like bacteria: 
A retrospective population-based cohort study. Open forum infectious diseases 6, 
ofz437 (2019). 

236. Hikone, M. et al. The first case report of infective endocarditis caused by Gemella 
taiwanensis. J Infect Chemother 23, 567–571 (2017). 

237. La Scola, B. & Raoult, D. Molecular identification of Gemella species from three 
patients with endocarditis. J. Clin. Microbiol. 36, 866–871 (1998). 



72 

238. McQuinn, M. & Horswell, B. B. First case of cutaneous orbital abscess caused by
Gemella: A case report and review of the literature. J. Oral Maxillofac. Surg. 77,
1414–1417 (2019).

239. Chotai, S. et al. Brain abscess caused by Gemella morbillorum: case report and
review of the literature. Turk. Neurosurg. 22, 374–377 (2012).

240. Rajagopal, T. S. et al. Gemella haemolysans spondylodiscitis: a report of two cases.
J. Bone Joint Surg. Br. 94, 825–828 (2012).

241. Desmottes, M.-C., Brehier, Q., Bertolini, E., Monteiro, I. & Terreaux, W. Septic
arthritis of the knee due to Gemella morbillorum. Int J Rheum Dis 21, 1146–1147
(2018).

242. Lo, W. B., Patel, M., Solanki, G. A. & Walsh, A. R. Cerebrospinal fluid shunt
infection due to Gemella haemolysans. J Neurosurg Pediatr 11, 205–209 (2013).

243. García-Lechuz, J. M. et al. Extra-abdominal infections due to Gemella species. Int. J.
Infect. Dis. 6, 78–82 (2002).

244. Fangous, M.-S. et al. Bone infections caused by Gemella haemolysans. Med Mal
Infect 46, 449–452 (2016).

245. Hamrah, P., Ritterband, D., Seedor, J. & Eiferman, R. A. Ocular infection secondary
to Gemella. Graefes Arch. Clin. Exp. Ophthalmol. 244, 891–892 (2006).

246. Cerdá Zolezzi, P. et al. Macrolide resistance phenotypes of commensal viridans
group streptococci and Gemella spp. and PCR detection of resistance genes. Int. J.
Antimicrob. Agents 23, 582–589 (2004).

247. Krepel, C. J., Gohr, C. M., Edmiston, C. E. & Condon, R. E. Surgical sepsis:
constancy of antibiotic susceptibility of causative organisms. Surgery 117, 505–509
(1995).

248. Osler, W. The Gulstonian Lectures, on Malignant Endocarditis, Lecture I. Br. Med. J.
1, 467–470 (1885).

249. Bor, D. H., Woolhandler, S., Nardin, R., Brusch, J. & Himmelstein, D. U. Infective
endocarditis in the U.S., 1998-2009: a nationwide study. PLoS One 8, e60033 (2013).

250. Murdoch, D. R. et al. Clinical presentation, etiology, and outcome of infective
endocarditis in the 21st century: the International Collaboration on Endocarditis-
Prospective Cohort Study. Arch. Intern. Med. 169, 463–473 (2009).

251. Cahill, T. J. & Prendergast, B. D. Infective endocarditis. Lancet 387, 882–893
(2016).

252. Lockhart, P. B. et al. Bacteremia associated with toothbrushing and dental extraction.
Circulation 117, 3118–3125 (2008).

253. Widmer, E., Que, Y.-A., Entenza, J. M. & Moreillon, P. New concepts in the
pathophysiology of infective endocarditis. Curr. Infect. Dis. Rep. 8, 271–279 (2006).

254. Elgharably, H., Hussain, S. T., Shrestha, N. K., Blackstone, E. H. & Pettersson, G. B.
Current hypotheses in cardiac surgery: biofilm in infective endocarditis. Semin
Thorac Cardiovasc Surg 28, 56–59 (2016).

255. Holland, T. L. et al. Infective endocarditis. Nat. Rev. Dis. Primers 2, 16059 (2016).
256. Tleyjeh, I. M. et al. A systematic review of population-based studies of infective

endocarditis. Chest 132, 1025–1035 (2007).



73 

257. Duval, X. et al. Temporal trends in infective endocarditis in the context of 
prophylaxis guideline modifications: three successive population-based surveys. J. 
Am. Coll. Cardiol. 59, 1968–1976 (2012). 

258. Selton-Suty, C. et al. Preeminence of Staphylococcus aureus in infective 
endocarditis: a 1-year population-based survey. Clin. Infect. Dis. 54, 1230–1239 
(2012). 

259. Ternhag, A., Cederström, A., Törner, A. & Westling, K. A nationwide cohort study 
of mortality risk and long-term prognosis in infective endocarditis in Sweden. PLoS 
One 8, e67519 (2013). 

260. Marijon, E. et al. Prevalence of rheumatic heart disease detected by 
echocardiographic screening. N. Engl. J. Med. 357, 470–476 (2007). 

261. Raja, K., Antony, M. & Harikrishnan, S. Infective endocarditis due to Streptococci 
and Enterococci: A 3-year retrospective study. Indian J Pathol Microbiol 61, 545–
548 (2018). 

262. Seckeler, M. D. & Hoke, T. R. The worldwide epidemiology of acute rheumatic 
fever and rheumatic heart disease. Clin Epidemiol 3, 67–84 (2011). 

263. DeSimone, D. C. et al. Temporal trends in infective endocarditis epidemiology from 
2007 to 2013 in Olmsted County, MN. Am. Heart J. 170, 830–836 (2015). 

264. Tleyjeh, I. M. et al. Temporal trends in infective endocarditis: a population-based 
study in Olmsted County, Minnesota. JAMA 293, 3022–3028 (2005). 

265. Correa de Sa, D. D. et al. Epidemiological trends of infective endocarditis: a 
population-based study in Olmsted County, Minnesota. Mayo Clin. Proc. 85, 422–
426 (2010). 

266. Greenspon, A. J. et al. 16-year trends in the infection burden for pacemakers and 
implantable cardioverter-defibrillators in the United States 1993 to 2008. J. Am. Coll. 
Cardiol. 58, 1001–1006 (2011). 

267. Voigt, A., Shalaby, A. & Saba, S. Rising rates of cardiac rhythm management device 
infections in the United States: 1996 through 2003. J. Am. Coll. Cardiol. 48, 590–
591 (2006). 

268. Yew, H. S. & Murdoch, D. R. Global trends in infective endocarditis epidemiology. 
Curr. Infect. Dis. Rep. 14, 367–372 (2012). 

269. Njuguna, B., Gardner, A., Karwa, R. & Delahaye, F. Infective endocarditis in low- 
and middle-income countries. Cardiol Clin 35, 153–163 (2017). 

270. Poesen, K., Pottel, H., Colaert, J. & De Niel, C. Epidemiology of infective 
endocarditis in a large Belgian non-referral hospital. Acta Clin. Belg. 69, 183–190 
(2014). 

271. Andersen, M. H. et al. Risk for infective endocarditis in bacteremia with Gram 
positive cocci. Infection (2020). doi:10.1007/s15010-020-01504-6 

272. Bläckberg, A., Nilson, B., Özenci, V., Olaison, L. & Rasmussen, M. Infective 
endocarditis due to Streptococcus dysgalactiae: clinical presentation and 
microbiological features. Eur. J. Clin. Microbiol. Infect. Dis. 37, 2261–2272 (2018). 



74 

273. Das, M., Badley, A. D., Cockerill, F. R., Steckelberg, J. M. & Wilson, W. R.
Infective endocarditis caused by HACEK microorganisms. Annu. Rev. Med. 48, 25–
33 (1997).

274. Ramanathan, A., Gordon, S. M. & Shrestha, N. K. A case series of patients with
Gemella endocarditis. Diagn. Microbiol. Infect. Dis. 115009 (2020).
doi:10.1016/j.diagmicrobio.2020.115009

275. Youssef, D., Youssef, I., Marroush, T. S. & Sharma, M. Gemella endocarditis: A
case report and a review of the literature. Avicenna J Med 9, 164–168 (2019).

276. Rasmussen, M. Aerococcus: an increasingly acknowledged human pathogen. Clin.
Microbiol. Infect. 22, 22–27 (2016).

277. Rasmussen, M., Mohlin, A. W. & Nilson, B. From contamination to infective
endocarditis-a population-based retrospective study of Corynebacterium isolated
from blood cultures. Eur. J. Clin. Microbiol. Infect. Dis. 39, 113–119 (2020).

278. Revest, M., Egmann, G., Cattoir, V. & Tattevin, P. HACEK endocarditis: state-of-
the-art. Expert Rev Anti Infect Ther 14, 523–530 (2016).

279. Li, J. S. et al. Proposed modifications to the Duke criteria for the diagnosis of
infective endocarditis. Clin. Infect. Dis. 30, 633–638 (2000).

280. Durack, D. T., Lukes, A. S. & Bright, D. K. New criteria for diagnosis of infective
endocarditis: utilization of specific echocardiographic findings. Duke Endocarditis
Service. Am. J. Med. 96, 200–209 (1994).

281. Brandão, T. J. D. et al. Histopathology of valves in infective endocarditis, diagnostic
criteria and treatment considerations. Infection 45, 199–207 (2017).

282. Subedi, S., Jennings, Z. & Chen, S. C.-A. Laboratory approach to the diagnosis of
culture-negative infective endocarditis. Heart Lung Circ 26, 763–771 (2017).

283. Vitrat-Hincky, V. et al. Appropriateness of blood culture testing parameters in
routine practice. Results from a cross-sectional study. Eur. J. Clin. Microbiol. Infect.
Dis. 30, 533–539 (2011).

284. De Castro, S. et al. Diagnostic accuracy of transthoracic and multiplane
transesophageal echocardiography for valvular perforation in acute infective
endocarditis: correlation with anatomic findings. Clin. Infect. Dis. 30, 825–826
(2000).

285. Habib, G. et al. Recommendations for the practice of echocardiography in infective
endocarditis. Eur J Echocardiogr 11, 202–219 (2010).

286. Vieira, M. L. C., Grinberg, M., Pomerantzeff, P. M. A., Andrade, J. L. & Mansur, A.
J. Repeated echocardiographic examinations of patients with suspected infective
endocarditis. Heart 90, 1020–1024 (2004).

287. Shafiyi, A. et al. Repeat transesophageal echocardiography in infective endocarditis:
An analysis of contemporary utilization. Echocardiography 37, 891–899 (2020).

288. Almomani, A., Siddiqui, K. & Ahmad, M. Echocardiography in patients with
complications related to pacemakers and cardiac defibrillators. Echocardiography
31, 388–399 (2014).

289. Dundar, C. et al. The prevalence of echocardiographic accretions on the leads of
patients with permanent pacemakers. J. Am. Soc. Echocardiogr. 24, 803–807 (2011).



75 

290. Hsu, M.-S., Huang, Y.-T., Hsu, H.-S. & Liao, C.-H. Sequential time to positivity of 
blood cultures can be a predictor of prognosis of patients with persistent 
Staphylococcus aureus bacteraemia. Clin. Microbiol. Infect. 20, 892–898 (2014). 

291. Siméon, S. et al. Time to blood culture positivity: An independent predictor of 
infective endocarditis and mortality in patients with Staphylococcus aureus 
bacteraemia. Clin. Microbiol. Infect. 25, 481–488 (2018). 

292. Marra, A. R., Edmond, M. B., Forbes, B. A., Wenzel, R. P. & Bearman, G. M. L. 
Time to blood culture positivity as a predictor of clinical outcome of Staphylococcus 
aureus bloodstream infection. J. Clin. Microbiol. 44, 1342–1346 (2006). 

293. Holland, T. L., Arnold, C. & Fowler, V. G. Clinical management of Staphylococcus 
aureus bacteremia: a review. JAMA 312, 1330–1341 (2014). 

294. Holland, T. L. & Fowler, V. G. Diagnosing endocarditis in patients with 
Staphylococcus aureus bacteremia--reply. JAMA 313, 420–421 (2015). 

295. Le Moing, V. et al. Staphylococcus aureus Bloodstream infection and endocarditis--
A prospective cohort study. PLoS One 10, e0127385 (2015). 

296. Tubiana, S. et al. The VIRSTA score, a prediction score to estimate risk of infective 
endocarditis and determine priority for echocardiography in patients with 
Staphylococcus aureus bacteremia. J. Infect. 72, 544–553 (2016). 

297. Palraj, B. R. et al. Predicting risk of endocarditis using a clinical tool (PREDICT): 
scoring system to guide use of echocardiography in the management of 
Staphylococcus aureus bacteremia. Clin. Infect. Dis. 61, 18–28 (2015). 

298. Anderson, D. J. et al. Risk factors for infective endocarditis in patients with 
enterococcal bacteremia: a case-control study. Infection 32, 72–77 (2004). 

299. Pinholt, M. et al. Incidence, clinical characteristics and 30-day mortality of 
enterococcal bacteraemia in Denmark 2006-2009: a population-based cohort study. 
Clin. Microbiol. Infect. 20, 145–151 (2014). 

300. Dahl, A. et al. Risk factors of endocarditis in patients with Enterococcus faecalis 
bacteremia: external validation of the NOVA score. Clin. Infect. Dis. 63, 771–775 
(2016). 

301. Bouza, E. et al. The NOVA score: a proposal to reduce the need for transesophageal 
echocardiography in patients with enterococcal bacteremia. Clin. Infect. Dis. 60, 
528–535 (2015). 

302. Stryjewski, M. E. & Corey, G. R. Editorial commentary: NOVA score to predict 
endocarditis in patients with enterococcal bacteremia: sticking to valves or to scores? 
Clin. Infect. Dis. 60, 536–538 (2015). 

303. Fernández-Guerrero, M. L. et al. Nosocomial enterococcal endocarditis: a serious 
hazard for hospitalized patients with enterococcal bacteraemia. J. Intern. Med. 252, 
510–515 (2002). 

304. Berge, A., Krantz, A., Östlund, H., Nauclér, P. & Rasmussen, M. The DENOVA 
score efficiently identifies patients with monomicrobial Enterococcus faecalis 
bacteremia where echocardiography is not necessary. Infection 47, 1–6 (2018). 

305. Di Salvo, G. et al. Echocardiography predicts embolic events in infective 
endocarditis. J. Am. Coll. Cardiol. 37, 1069–1076 (2001). 



76 

306. Feuchtner, G. M. et al. Multislice computed tomography in infective endocarditis:
comparison with transesophageal echocardiography and intraoperative findings. J.
Am. Coll. Cardiol. 53, 436–444 (2009).

307. Fagman, E. et al. ECG-gated computed tomography: a new role for patients with
suspected aortic prosthetic valve endocarditis. Eur. Radiol. 22, 2407–2414 (2012).

308. Bruun, N. E., Habib, G., Thuny, F. & Sogaard, P. Cardiac imaging in infectious
endocarditis. Eur. Heart J. 35, 624–632 (2014).

309. Erba, P. A. et al. Multimodality imaging in infective endocarditis: an imaging team
within the endocarditis team. Circulation 140, 1753–1765 (2019).

310. Iung, B. & Duval, X. Infective endocarditis: innovations in the management of an old
disease. Nat. Rev. Cardiol. 16, 623–635 (2019).

311. Duval, X. et al. Effect of early cerebral magnetic resonance imaging on clinical
decisions in infective endocarditis: a prospective study. Ann. Intern. Med. 152, 497–
504, W175 (2010).

312. Iung, B. et al. Respective effects of early cerebral and abdominal magnetic resonance
imaging on clinical decisions in infective endocarditis. Eur. Heart J. Cardiovasc.
Imaging 13, 703–710 (2012).

313. Habib, G. et al. 2015 ESC Guidelines for the management of infective endocarditis:
The Task Force for the Management of Infective Endocarditis of the European
Society of Cardiology (ESC). Endorsed by: European Association for Cardio-
Thoracic Surgery (EACTS), the European Association of Nuclear Medicine
(EANM). Eur. Heart J. 36, 3075–3128 (2015).

314. Saby, L. et al. Positron emission tomography/computed tomography for diagnosis of
prosthetic valve endocarditis: increased valvular 18F-fluorodeoxyglucose uptake as a
novel major criterion. J. Am. Coll. Cardiol. 61, 2374–2382 (2013).

315. Tanis, W. et al. Positron emission tomography/computed tomography for diagnosis
of prosthetic valve endocarditis: increased valvular 18F-fluorodeoxyglucose uptake
as a novel major criterion. J. Am. Coll. Cardiol. 63, 186–187 (2014).

316. Pettersson, G. B. & Hussain, S. T. Current AATS guidelines on surgical treatment of
infective endocarditis. Ann Cardiothorac Surg 8, 630–644 (2019).

317. Jamil, M. et al. Infective endocarditis: trends, surgical outcomes, and controversies. J
Thorac Dis 11, 4875–4885 (2019).

318. Baddour, L. M. et al. Infective endocarditis in adults: diagnosis, antimicrobial
therapy, and management of complications: A scientific statement for healthcare
professionals from the american heart association. Circulation 132, 1435–1486
(2015).

319. Leone, S., Noviello, S. & Esposito, S. Combination antibiotic therapy for the
treatment of infective endocarditis due to enterococci. Infection 44, 273–281 (2016).

320. Lebeaux, D., Fernández-Hidalgo, N., Pilmis, B., Tattevin, P. & Mainardi, J.-L.
Aminoglycosides for infective endocarditis: time to say goodbye? Clin. Microbiol.
Infect. (2019). doi:10.1016/j.cmi.2019.10.017

321. Iversen, K. et al. Partial Oral versus Intravenous Antibiotic Treatment of
Endocarditis. N. Engl. J. Med. 380, 415–424 (2019).



77 

322. Mzabi, A. et al. Switch to oral antibiotics in the treatment of infective endocarditis is 
not associated with increased risk of mortality in non-severely ill patients. Clin. 
Microbiol. Infect. 22, 607–612 (2016). 

323. Snygg-Martin, U. et al. Cerebrovascular complications in patients with left-sided 
infective endocarditis are common: a prospective study using magnetic resonance 
imaging and neurochemical brain damage markers. Clin. Infect. Dis. 47, 23–30 
(2008). 

324. AATS Surgical Treatment of Infective Endocarditis Consensus Guidelines Writing 
Committee Chairs et al. 2016 The American Association for Thoracic Surgery 
(AATS) consensus guidelines: Surgical treatment of infective endocarditis: 
Executive summary. J. Thorac. Cardiovasc. Surg. 153, 1241–1258.e29 (2017). 

325. Anantha Narayanan, M. et al. Early versus late surgical intervention or medical 
management for infective endocarditis: a systematic review and meta-analysis. Heart 
102, 950–957 (2016). 

326. Wang, A. et al. Association between the timing of surgery for complicated, left-sided 
infective endocarditis and survival. Am. Heart J. 210, 108–116 (2019). 

327. Lalani, T. et al. In-hospital and 1-year mortality in patients undergoing early surgery 
for prosthetic valve endocarditis. JAMA Intern. Med. 173, 1495–1504 (2013). 

328. Lalani, T. et al. Analysis of the impact of early surgery on in-hospital mortality of 
native valve endocarditis: use of propensity score and instrumental variable methods 
to adjust for treatment-selection bias. Circulation 121, 1005–1013 (2010). 

329. Bannay, A. et al. The impact of valve surgery on short- and long-term mortality in 
left-sided infective endocarditis: do differences in methodological approaches 
explain previous conflicting results? Eur. Heart J. 32, 2003–2015 (2011). 

330. Kiefer, T. et al. Association between valvular surgery and mortality among patients 
with infective endocarditis complicated by heart failure. JAMA 306, 2239–2247 
(2011). 

331. Williams, J. B. et al. Impact of microbiological organism type on surgically managed 
endocarditis. Ann. Thorac. Surg. 108, 1325–1329 (2019). 

332. Tattevin, P. et al. Should we include microorganisms in scores to predict outcome in 
candidates for cardiac surgery during the acute phase of endocarditis? J Thorac Dis 
11, E158–E162 (2019). 

333. Francioli, P., Ruch, W. & Stamboulian, D. Treatment of streptococcal endocarditis 
with a single daily dose of ceftriaxone and netilmicin for 14 days: a prospective 
multicenter study. Clin. Infect. Dis. 21, 1406–1410 (1995). 

334. Wilson, W. R., Geraci, J. E., Wilkowske, C. J. & Washington, J. A. Short-term 
intramuscular therapy with procaine penicillin plus streptomycin for infective 
endocarditis due to viridans streptococci. Circulation 57, 1158–1161 (1978). 

335. Sexton, D. J. et al. Ceftriaxone once daily for four weeks compared with ceftriaxone 
plus gentamicin once daily for two weeks for treatment of endocarditis due to 
penicillin-susceptible streptococci. Endocarditis Treatment Consortium Group. Clin. 
Infect. Dis. 27, 1470–1474 (1998). 

336. Yamamoto, S. & Nishimura, S. Too much optimism in the HANDOC score. Clin. 
Infect. Dis. 66, 1819 (2018). 



78 

337. Sunnerhagen, T. & Rasmussen, M. Reply to Yamamoto and Nishimura. Clin. Infect.
Dis. 66, 1819–1820 (2018).

338. Østergaard, L. et al. Prevalence of infective endocarditis in patients with positive
blood cultures: a Danish nationwide study. Eur. Heart J. 40, 3237–3244 (2019).



 
 
    
   HistoryItem_V1
   StepAndRepeat
        
     Trim unused space from sheets: no
     Allow pages to be scaled: yes
     Margins and crop marks: none
     Sheet size: 6.654 x 9.409 inches / 169.0 x 239.0 mm
     Sheet orientation: best fit
     Scale by 73.00 %
     Align: centre
      

        
     D:20200910112217
      

        
     0.0000
     8.5039
     14.1732
     0
     Corners
     0.2835
     Fixed
     0
     0
     0
     0
     0.7300
     0
     0 
     1
     0.0000
     0
            
       D:20170427104434
       677.4803
       G5 169x239
       Blank
       479.0551
          

     Best
     646
     790
     0.0000
     qi3alphabase[QI 3.0/QHI 3.0 alpha]
     C
     0
            
       PDDoc
          

     0.0000
     0
     2
     0
     1
     0 
      

        
     QITE_QuiteImposingPlus4
     Quite Imposing Plus 4.0k
     Quite Imposing Plus 4
     1
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all pages
     Trim: fix size 6.654 x 9.409 inches / 169.0 x 239.0 mm
     Shift: none
     Normalise (advanced option): 'original'
     Keep bleed margin: no
      

        
     D:20200910112217
      

        
     44
            
       D:20120302103100
       677.4803
       G5 169x239
       Blank
       479.0551
          

     Tall
     1
     0
     No
     795
     392
     None
     Up
     5.6693
     -6.2362
            
                
         Both
         1
         AllDoc
         28
              

      
       PDDoc
          

     Uniform
     255.1181
     Bottom
      

        
     QITE_QuiteImposingPlus4
     Quite Imposing Plus 4.0k
     Quite Imposing Plus 4
     1
      

        
     0
     9
     8
     9
      

   1
  

 HistoryList_V1
 qi2base




<<
  /ASCII85EncodePages false
  /AllowTransparency true
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 25%)
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (None)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /UseDeviceIndependentColor
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 10
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 250
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.33333
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 250
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.33333
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 800
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.25000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly true
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (Coated FOGRA39 \050ISO 12647-2:2004\051)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU <FFFE4600F6007200200074007200790063006B00200068006F00730020004D0065006400690061002D0054007200790063006B00>
    /SVE ()
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides true
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        14.173230
        14.173230
        14.173230
        14.173230
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName (Coated FOGRA39 \(ISO 12647-2:2004\))
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /HighResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 8.503940
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /UseName
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




