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Abstract

Our ability to treat bacterial infections is compromised worldwide by the emergence of antibiotic-
resistant pathogens, which pose an ever-increasing global health threat. Apart from this major
challenge, antibiotic treatment failure can also be caused by a small fraction of specialized survivor
cells called persisters. Unlike genetically resistant mutants, persisters are rare phenotypic variants
that are transiently capable of surviving exposure to lethal antibiotic doses. As persisters can
re-initiate infection once the antibiotic pressure declines, they are held responsible for the recalci-
trance of chronic infections. Despite fundamental differences between resistance and persistence,
both survival strategies may be more related than currently anticipated. In particular, it has
been proposed that persistence accelerates the emergence of resistance. The viability of persisters
in the face of antibiotic treatment could indeed be an important factor in the evolution towards
resistance. In addition, many of the processes involved in persistence, e.g. stress responses, have

also been found to promote adaptive evolution.

In this work, we investigated the persistence-resistance link in Escherichia coli using experimen-
tal evolution, mechanistic experiments, and mathematical modelling. Long-term incubation of
cultures on solid growth medium revealed a stronger and faster emergence of ciprofloxacin- and
ampicillin-resistant colonies in mutants with elevated persister levels. The same trend was ob-
served in experiments with environmental F. coli isolates. Nevertheless, evolution experiments
that simulated an in vivo-like pharmacokinetic profile did not support these findings, indicating

that the contribution of persistence to resistance largely depends on the treatment conditions.

The persister level of a population was not only shown to correlate with resistance development
on solid medium, but also with the population-wide SOS response activity and stress-induced
mutation rate. Due to its stimulating effects on adaptive mutagenesis, the elevated SOS response
activity in high persistence strains can provide an important link between persistence and resis-

tance.

Novel insights into the contribution of persistence to resistance development should stimulate the
search for anti-persister therapies or strategies that target stress responses, in order to combat the

emergence and spread of antibiotic resistance.
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Samenvatting

De behandeling van bacteriéle infecties wordt steeds moeilijker door de toenemende opkomst en
verspreiding van antibioticumresistente pathogenen. Therapiefalen kan echter ook het gevolg zijn
van een kleine fractie zogenaamde persistorcellen, die een bijkomende uitdaging vormen in de strijd
tegen infectieziektes. In tegenstelling tot genetisch resistente mutanten zijn persistors zeldzame
fenotypische varianten die tijdelijk in staat zijn om letale antibioticumdosissen te overleven. Eens
de antibioticumstress wegvalt, kunnen persistors de groei hervatten en opnieuw infectie veroorza-
ken. Om die reden wordt persistentie vaak aangeduid als de onderliggende oorzaak van chroni-
sche infecties. Ondanks de fundamentele verschillen tussen resistentie en persistentie zijn beide
overlevingsstrategieén misschien meer verwant dan aanvankelijk verondersteld. Er werd immers
reeds gespeculeerd dat persistentie kan bijdragen aan het ontstaan van resistentie. De evolutie
van resistentie zou inderdaad versneld kunnen worden door een kleine fractie persistors die de
antibioticumbehandeling overleeft. Bovendien zijn verschillende processen die een rol spelen in

persistentie, zoals bijvoorbeeld stressresponsen, ook in staat om adaptieve evolutie versnellen.

In dit werk werd de persistentie-resistentie link onderzocht in Escherichia coli via experimentele
evolutie, mechanistische experimenten en wiskundige modellen. Langdurige incubatie van culturen
op een vaste voedingsbodem toonde aan dat ciprofloxacine- en ampicillineresistente kolonies sneller
en veelvuldiger ontstaan in mutanten met hogere persistorlevels. Dezelfde trend werd geobserveerd
in experimenten met natuurlijke E. coli isolaten. We konden deze bevindingen evenwel niet on-
dersteunen aan de hand van evolutie-experimenten waarin een in vivo farmacokinetisch profiel
werd nagebootst. De variérende uitkomst voor diverse experimenten toont aan dat de bijdrage

van persistentie aan resistentie-ontwikkeling sterk afhangt van de behandelingscondities.

Persistorlevels bleken echter niet alleen te correleren met resistentie-ontwikkeling op vaste voe-
dingsbodem, maar ook met de algemene SOS respons activiteit en stress-geinduceerde mutatie-
snelheid. Als gevolg van het stimulerend effect op adaptieve mutagenese kan de toegenomen SOS

respons activiteit een belangrijke link vormen tussen persistentie en resistentie.

Nieuwe inzichten in de bijdrage van persistentie aan resistentie-ontwikkeling moeten een stimulans
vormen in de zoektocht naar anti-persistortherapieén of strategieén die stressresponsen als doelwit

hebben, om zodoende het ontstaan en de verspreiding van antibioticumresistentie tegen te gaan.
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Context and aims

The bacterial arsenal of antibiotic resistance mechanisms is expanding rapidly, causing an esca-
lating burden on public healthcare. In addition to this widely acknowledged threat, treatment of
infectious diseases is further complicated by persistence. The transient multidrug tolerance of a
small number of persister cells is a major cause of the recalcitrance of chronic infections. Especially
in immunocompromised hosts, or when shielded from the immune system in biofilms, persisters

are held responsible for the chronic nature of infectious diseases.

Theoretical hypotheses point out a potential contribution of persistence to the evolution of resis-
tance [39, 126]. So far, these theoretical arguments largely remained unexplored experimentally.
In this master’s thesis, we aimed to establish a link between persistence and the potential to
develop resistance in Escherichia coli, using experimental evolution and focusing on widely used
antibiotics such as fluoroquinolones and p-lactams. The alarmingly fast spread of fluoroquinolone
resistance among Enterobacteriaceae [204] underscores the need for research focusing on underly-
ing causes and catalysts, of which persistence may be one, of this dangerous phenomenon. To gain
more insight into the dynamics of bacterial populations under antibiotic treatment, we intended
to construct a model that incorporates both persisters and resistant mutants. By measuring the
activity of various stress responses, we wished to identify possible mechanisms that could connect
persistence to an accelerated resistance development. The identification of such mechanisms can

offer opportunities to combat persistence as well as to counteract the spread of resistance.

Recent cancer research demonstrated that the impact of the current study reaches beyond infec-
tious diseases. Persistence- and resistance-related phenomena have indeed been associated with
cancer cell populations [200]. Importantly, Ramirez et al. [185] reported the emergence of diverse
drug resistance mechanisms from persisters, indicating that persisters may provide a reservoir of

resistant cancer cells.

The first part of this thesis provides an overview of the currently available literature on antibi-
otic survival strategies, experimental evolution, the persistence-resistance link, and mathematical
modelling of persistence. The materials and methods used in this work are described in the second
part. The third part focuses on experimental work and mathematical modelling and is followed

by a discussion of the obtained results.
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Part 1

Literature review






Chapter 1

Evading antibiotics: from
phenotypic tolerance to genetic

resistance

The discovery of antibiotics radically changed human healthcare and saved millions of lives world-
wide. However, the introduction of these drugs was inevitably accompanied by the emergence of
pathogens resistant to their action [43]. The selection pressure exerted by antibiotics resulted in
an alarmingly fast spread of resistance genes, which are making previously treatable infections

lethal again [233].

The clinical burden posed by antibiotic resistance is widely acknowledged, but resistance is not
the only reason for treatment failure. Even in the absence of genetic resistance, bacteria exhibit a
spectrum of survival strategies allowing them to escape the action of antibiotics. Either working
population-wide or only at a subpopulation level, these defense mechanisms provide phenotypic
tolerance and avoid extinction of the bacterial population. This chapter gives an overview of the
most important bacterial survival strategies, starting with a concise introduction on the different
antibiotic classes and genetically encoded resistance mechanisms. The second part deals with

phenotypic tolerance, of which persistence is the most prominent example.

1.1 Antibiotics: a classification based on mode of action

The unprecedented success of antibiotics in the treatment of infections led to their widespread use
in clinical settings. Fleming’s famous discovery of the first natural antibiotic penicillin boosted
the exploration of other major antibiotic classes. These natural products defined the scaffold of
several generations of synthetically modified analogues [48]. Table 1.1 gives an overview of the
major antibiotic classes and their characteristics. Antibiotics can be classified according to their

mode of action, in which a distinction is made between bacteriostatic antibiotics, only inhibiting
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cell growth, and bactericidal antibiotics, also leading to cell death by corrupting the function of
their targets. The use of bactericidal drugs leads to the inhibition of essential cellular processes

as well as the induction of lethal damage [110].

This first categorization can be fine-tuned by classifying antibiotics according to their primary
cellular targets [110]. Fluoroquinolones comprise a synthetic class of broad-spectrum antibiotics
that are derived from the quinolones, and include clinically relevant agents such as ciprofloxacin
and levofloxacin [36]. These drugs corrupt the function of DNA gyrase (DNA topoisomerase II)
and DNA topoisomerase IV, which modulate DNA supercoiling by introducing and ligating DNA
breaks. Binding of the drug to these enzyme-DNA complexes prevents strand rejoining after DNA
cleavage. The resulting DNA breaks lead to inhibition of DNA synthesis, induction of the SOS

response, cell filamentation, and ultimately cell death [50, 110].

Rifamycins are a class of originally natural antibiotics that were modified by mutagenesis of the
producing organism [48]. By binding to the S-subunit of RNA polymerase (RNAP), these drugs are
efficient inhibitors of transcription initiation. The semi-synthetically derived compound rifampicin

serves as an important first-line agent against Mycobacterium tuberculosis [30, 149].

B-lactams (including penicillins, cephalosporins, and carbapenems) are a widely used class of
antibiotics that target cell wall synthesis. They inhibit the action of transpeptidases, also called
penicillin-binding proteins, thereby blocking cross-linking of peptidoglycan units [110]. The use of
[B-lactams eventually results in lysis-dependent cell death, a complex process involving autolysins

[110].

Several antibiotics target the ribosomes, leading to the inhibition of cellular protein synthesis. Ex-
amples are macrolides, lincosamides, streptogramins, amphenicols, and oxazolidinones, which are
all 50S ribosome inhibitors [110]. 30S ribosome inhibitors include the tetracyclines and aminogly-
cosides, the latter being important bactericidal drugs. Whereas most protein synthesis inhibitors
cause bacteriostasis by restricting ribosome functioning, aminoglycosides promote the synthesis of

mistranslated proteins, the membrane incorporation of which contributes to cell death [110].

Despite substantial variability in primary targets, Kohanski et al. [111] proposed that all bac-
tericidal antibiotics eventually kill bacteria through a common mechanism involving highly dele-
terious reactive oxygen species (ROS). However, since recent studies criticized this point of view

[65, 101, 137, 189], the ROS hypothesis remains a matter of debate.
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Table 1.1: Overview of the most important antibiotic classes and their characteristics

Antibiotic Intracellular Resistance mechanisms Bacteriostatic/ Examples

class target bactericidal

Quinolones Topoisomerase II  Target modification, efflux Bactericidal Ciprofloxacin,

(DNA  gyrase), pumps!*4] levofloxacin
topoisomerase IV

Rifamycins RNA polymerase  Target modification®'®), de- Bactericidal Rifamycin
creased cell permeability[m], SV,
antibiotic =~ modifiying en- rifampicin
zymes (e.g. Arr enzymes)?2%

B-lactams Transpeptidase Target modification!'*®!, de- Bactericidal Ampicillin,
creased cell permeability'", ceftazidime,
antibiotic modifying enzymes meropenem
(e.g. B-lactamases)!48!

Tetracyclines 30S ribosome Ribosomal protection[203], Bacteriostatic Minocycline,
efflux pumps[203] doxycycline

Aminoglycosides 30S ribosome 16S RNA methylation®*®!,  Bactericidal Amikacin,
efflux pumps!**®!, antibiotic kanamycin,
modifying enzymes!**! tobramycin

1.2 Genetic resistance mechanisms

The efficacy of antibiotics in the battle against infectious diseases is restricted by several bacterial
defense strategies. Through growth inhibition of susceptible cells, antibiotics strongly select for
genetic mutants that are able to escape antibiotic action. Although many different resistance
determinants exist, all aim at the prevention of antibiotic-target binding. The antibiotic can
be degraded or modified, thereby rendering it inactive. Examples of these mechanisms include
enzymes such as -lactamases and aminoglycoside-modifying enzymes [148]. Furthermore, the
entry of antibiotics into the cell can be prevented or their intracellular concentration can be
decreased by means of non-specific or specific efflux pumps. Resistance can also be provided

through target alteration by mutation, enzymatic changes, or target substitution [129]. For most

antibiotics, multiple resistance mechanisms exist [127].

Resistance can be either intrinsic or acquired. As intrinsic resistance is attributed to inherent
structural and functional characteristics of a species, it can be considered as a general property of
all isolates [5]. Examples include ampC-encoded S-lactamases in Gram-negative bacteria and the
intrinsic resistance of Pseudomonas aeruginosa to a wide range of antibiotics, which is largely due
to the low permeability of its outer membrane and the constitutive expression of various efflux
pumps [208]. Acquired resistance arises when a micro-organism gains resistance to an antimicrobial
agent to which it was previously susceptible [27]. In some organisms, such as M. tuberculosis,
vertical transmission of de novo point mutations serves as the predominant source of acquired
Nevertheless, many resistance genes are associated with mobile genetic

antibiotic resistance.

elements such as plasmids, transposons, and integrons [174]. The horizontal dissemination of
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these elements provides a means for the rapid spread of resistance determinants, whereas point

mutations cause a much slower, gradual development from low to high resistance [127].

Treatment of infectious diseases is further complicated by the emergence of multidrug-resistant
pathogens. The extensive and often unwarranted use of numerous antibiotics in healthcare,
livestock production, and aquaculture selected for the presence of different resistance mecha-
nisms in a single bacterium (e.g. multiple resistance-conferring plasmids) or non-selective mech-
anisms working against several drugs (e.g. drug efflux pumps). Moreover, some drug-specific
resistance determinants reduce the susceptibility towards other drugs [5]. The serious threat
posed by multidrug resistance is reflected in the emergence of virtually untreatable pathogens
such as totally drug-resistant (TDR) M. tuberculosis, vancomycin-resistant enterococci (VRE),
vancomycin-resistant Staphylococcus aureus (VRSA), multidrug-resistant (MDR) P. aeruginosa,

and carbapenem-resistant Enterobacteriaceae (CRE) [41, 65, 168, 212, 217].

1.3 Persistence

1.3.1 General description

Under conditions of continuous antibiotic exposure, a genetically resistant mutant has a clear fit-
ness advantage over a wild type strain. This advantage is however not definite in environments
where antibiotics are only periodically present, since the maintenance of resistance mechanisms is
often associated with a fitness cost under antibiotic-free conditions [8]. Fluctuating environments
in which sudden, lethal catastrophes occur occasionally can favour bet-hedging strategies such as
persistence [114]. Bet-hedging refers to a risk spreading strategy that aims to optimize the popu-
lation fitness in unpredictable environments by generating phenotypic diversity. Unlike resistance,
persistence is characterized by a genetically identical, but phenotypically distinct subpopulation
containing a small number of non- or slowly growing cells called ’persisters’ [105]. Persisters are
rare phenotypic variants which are refractory to antibiotic concentrations that are lethal for nor-
mal cells, thereby preventing the complete eradication of the population under antibiotic stress
[24, 129]. Exposure of the population to such lethal concentrations thus reveals the existence of
the drug-tolerant subpopulation, resulting in a biphasic killing curve (Figure 1.1). Fast killing of
normal cells is followed by a plateau where persisters are killed at a much slower rate [146]. After
removal of the drug, the small surviving persister fraction resumes growth and gives rise to a new
population, again containing a small fraction of persisters. The switch from the persister state to
the normal, dividing state after the relief of antibiotic stress indicates the transient nature of the

persister phenotype.
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Figure 1.1: Biphasic killing pattern during antibiotic treatment of a population containing persisters.
The susceptible subpopulation is killed at a constant rate (green slope) until only persisters remain viable.
Killing of persisters occurs at a much slower rate, as revealed by the red slope, resulting in a persister
plateau. For high persistence (hip) mutants, high persister levels translate into an increased survival at the
plateau. As opposed to genetically resistant mutants, surviving persisters give rise to a drug-susceptible
population, again containing a small persister fraction (adapted from [146]).

1.3.2 Switching to the persister state

The coexistence of different subpopulations in one isogenic population implies the action of an
epigenetic mechanism, deciding which cells give up active growth in order to become tolerant
persisters. Single-cell observations using microfluidic devices allowed Balaban et al. [17] to prove
that stochastic processes generate non-growing, tolerant phenotypic variants prior to antibiotic
treatment. Phenotypic heterogeneity can be triggered by noise in transcription and translation of
a certain persister protein, generating a distribution of the expression level around an average value
[53]. However, noise alone is insufficient to generate considerable phenotypic heterogeneity unless
it is amplified by regulatory processes. When the expression level reaches a certain threshold,
noise amplification through positive or double negative feedback loops can convert a continuous
expression distribution into a discrete (e.g. bimodal) one [194]. This process enables two or more

phenotypic states to stably coexist in a genetically identical population.

However, persister levels are not entirely independent on the environment. Deterministic compo-
nents, such as the growth phase, significantly affect persister levels, with the highest number of
persisters emerging during late-exponential and stationary phase [100]. Furthermore, other envi-
ronmental cues such as nutrient limitation [64], diauxic carbon source transitions [7], heat stress
[162], osmotic stress [162], oxidative stress [84, 240], acid stress [84], antibiotic stress [46, 91, 116],
quorum sensing [23, 96, 124, 158], host macrophages [79], etc. can potentially shift the average

expression level of persister proteins to a higher value, resulting in more cells crossing the threshold
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and switching to the persister state (Figure 1.2). Importantly, many of these triggers are present in
an in vivo infection environment, and persister levels can even increase during antibiotic exposure

(15, 46, 91, 116].

Environmental trigger

Number of cells

Level of persister protein

Figure 1.2: Both stochastic and deterministic components are involved in persister formation. Stochas-
ticity in transcription and translation of a certain persister protein results in a distribution of the expression
around an average value. Cells with an expression level above a particular threshold value switch to the
persister state. Certain environmental triggers, such as the growth phase and several stress conditions,
can shift the average expression level and result in a higher persister fraction.

1.3.3 Physiological state of persisters

Given the absence of genetic resistance mechanisms that prevent antibiotic-target binding, the
(multi)drug tolerance of persisters must be ascribed to physiological processes avoiding the action
of the drug. Since persister are supposed to be non- or slowly growing cells [17], a global downreg-
ulation of processes targeted by antibiotics is thought to prevent the lethal effects of target-bound
drugs on persisters [130]. It is known since long that the efficacy of antibiotics indeed correlates
with the bacterial growth rate [54, 218]. Although this dormancy itself can passively contribute
to the drug tolerance of persisters, it is not sufficient to define their complete phenotype, as
demonstrated by their tolerance towards antibiotics targeting non-growing cells and their expres-
sion pattern that is distinct from stationary phase cells [198]. Furthermore, it was reported that
rapidly dividing cells can give rise to persisters, and that the majority of dormant cells are not

persisters [171].

In addition, many studies provide evidence for the involvement of active processes in persister
differentiation. Examples include a starvation-induced stringent response [167], oxidative stress
defense mechanisms [103], stochastic expression of an intracellular antibiotic-activating enzyme
[229], and activation of efflux pumps [240], all of which prevent the damage induced by antibiotics.
As will be discussed in paragraph 1.3.4, stress responses seem to play an important role in the

establishment and maintenance of the persister state [182]. However, the involvement of active
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processes in persister formation should not be considered inconsistent with persister-associated
dormancy. Instead, these processes could represent the active mechanisms by which cells reach

this dormant state [237].

1.3.4 Persistence mechanisms

Although some authors suggest that there may be no specific mechanism underlying persistence
[125, 223], others consider the environmental induction of persistence as evidence for an active
persister formation mechanism [130]. In any case, the processes responsible for the differenti-
ation to a persister cell still hold many unclarities [16]. No single gene knock-out results in a
mutant lacking persisters, indicating the high redundancy of persistence mechanisms [85]. Studies
reporting decreased persister levels in mutants lacking global regulators confirm this redundancy
[78, 132, 162, 225]. The involvement of many parallel mechanisms makes persistence hard to study

and to target therapeutically.

Toxin-antitoxin modules

Different transcriptome studies indicated a central role for toxin-antitoxin (TA) modules in the
generation of persisters [98, 100, 198]. A TA module encodes a stable toxin, inhibiting some essen-
tial cellular function, and an unstable antitoxin, preventing the action of the toxin. Through the
negative effect exerted on processes such as protein translation or the proton motive force, high
toxin/antitoxin ratios in persisters are supposed to be an important cause of both the stochastic
and the deterministic establishment of growth arrest and multidrug tolerance [116, 130]. Indeed,
overexpression of toxins causes growth arrest and persistence, which can be rescued by overex-
pression of the cognate antitoxin [113, 177]. Although the deletion of a single TA module does not
affect persister levels in most cases, Maisonneuve et al. [147] reported a progressive reduction in

persister levels upon successive deletion of all 10 type IT mRNase TA modules.

Selection for high persistence mutants by mutagenesis and repeated ampicillin exposure led to the
discovery of HipA, the first toxin shown to be involved in persistence [160]. Mutants bearing the
gain-of-function allele hipA7 exhibit a high persistence phenotype [112]. While the translation
elongation factor EF-Tu was first suggested as the intracellular target of HipA [196], it has been
shown recently that HipA phosphorylates glutamyl-tRNA synthetase (G1tX) instead of EF-Tu [70,
94]. Phosphorylation of GItX inhibits its aminoacylation activity and provokes the accumulation
of uncharged transfer RNAs (tRNAs), thereby stimulating the stringent response and associated
(p)ppGpp (guanosine tetra(penta-)phosphate) synthesis.
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Stress responses

Correlated to their high toxin expression levels, persisters are characterized by the general ac-
tivation of stress response pathways. The upregulation of various stress responses was already
observed in transcriptome analyses of persisters [99, 198]. The role of these stress responses was
further examined by different research groups, often focusing on well-known pathways such as
the stringent response and the SOS response. Consistent with the observed dependence of the
hipA7 phenotype on the stringent response alarmone (p)ppGpp [112], Maisonneuve et al. [145]
proposed a central role for (p)ppGpp in TA-mediated stochastic switching to the persister state
[145]. Through (p)ppGpp-dependent accumulation of polyphosphate (PolyP), the stringent re-
sponse stimulates the activation of Lon protease, which degrades type II antitoxins [147]. (Figure
1.3). However, (p)ppGpp-induced persistence can also occur independently of Lon. An example
is persistence mediated by the membrane depolarizing toxin HokB, the expression of which is
dependent on the conserved GTPase ObgE as well as (p)ppGpp [224]. Additionally, Amato et
al. [7] provided evidence for another (p)ppGpp persister formation pathway relying on inhibition
of the fluoroquinolone target DNA gyrase. The induction of the stringent response in several
stress conditions, most notably amino acid or other nutrient limitation, also links this regulator

to environmentally induced persistence [145].
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Figure 1.3: Mechanisms underlying (p)ppGpp controlled persistence. (p)ppGpp is synthesized through
the action of both RelA and SpoT and inhibits the degradation of polyphosphate (PolyP) by exopolyphos-
phatase (PPX). The constitutive synthesis of PolyP by polyphosphate kinase (PPK) promotes the accu-
mulation of PolyP, which stimulates the activity of Lon protease. The degradation of antitoxins causes
increasing concentration of free toxins, resulting in persistence (adapted from [145]).
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Dorr et al. [46] reported a major role of the SOS response in the induction of TA-mediated
persistence to ciprofloxacin. They observed strongly decreased persister levels in a ArecA and

lexA8 mutant, both lacking a proper SOS induction. Remarkably, pre-exposure to ciprofloxacin
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itself promotes DNA damage and activates the SOS response. This process eventually leads to the
insertion of the toxin TisB into the membrane, reducing the proton motive force and initiating a

dormant state in a similar way as HokB [47].

1.3.5 Clinical relevance of persistence

As persistence is supposed to be a universal survival strategy, it should not be overlooked when
it comes to human pathogens. Indeed, the presence of persisters has been described in notable
pathogens such as uropathogenic Escherichia coli [25], P. aeruginosa [161], M. tuberculosis [231],
S. aureus [99], and Candida albicans [118]. Further extending the clinical impact of persistence,
small fractions of transiently drug-tolerant cells have even been observed in cancer cell populations

200].

Despite their low frequencies, multidrug tolerant persister cells in a population of pathogenic
bacteria can have life-threatening implications. In most cases, small number of persisters do not
cause major problems as they are easily eliminated by the host’s immune system. However, in
immunocompromised hosts such as HIV or cancer patients, the presence of these survivor cells can
be detrimental [130]. Furthermore, persisters are often protected from the immune system by the
extracellular matrix of biofilms, where they constitute a predominant cause of chronic infections
[205]. However, the association with biofilms is not always required in order for persisters to cause
health problems. Pathogens can be protected by several niches in the human body, including
the central nervous system, the gastrointestinal tract, and host cells in the case of intracellular

pathogens [90, 130].

Examples of well-known diseases in which persistence has harmful implications include tubercu-
losis, cystic fibrosis, chronic urinary tract infections, and gastritis [57, 74]. The clinical relevance
of persistence is further sustained by experiments demonstrating the presence and antibiotic tol-
erance of persisters in in vivo infection models [37, 79, 93] and experimental support for the in
vivo selection of high persistence mutants of P. aeruginosa and C. albicans in patients with cystic

fibrosis and oral candidiasis respectively [118, 161].

1.4 Other antibiotic survival strategies

1.4.1 Drug indifference

Although dormancy is not sufficient to explain a persister’s tolerant state, it is generally accepted

that the dormancy-associated shutdown of processes targeted by antibiotics can cause reduced
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drug sensitivity, a phenomenon called ’drug indifference’ [150]. Metabolic dormancy, whether or
not induced by resource limitation, renders bacteria phenotypically refractory to drugs that require
active growth. Antibiotics such as ampicillin effectively kill exponentially growing cells, but only
slightly affect densities of stationary phase cultures [126, 218]. This population-wide survival of
nutrient-limited cells is essentially different from persistence, which only affects a small proportion
of the population and is also manifest in favorable, nutrient-rich growth conditions. The clinical
impact of drug indifference is especially prominent in M. tuberculosis infections. The presence of a
latent population of non-dividing bacteria is a major cause of the remarkably extended treatment
duration [231]. However, recent studies on the physiological state of these latent bacteria suggest
that their dormancy is in fact a regulated process instead of a passive side effect of resource
limitation [2, 13]. Moreover, it seems plausible that at least some metabolic activity is required

for the maintenance of the non-replicating mycobacterial state [186].

1.4.2 Collective antibiotic tolerance

Another strategy conferring antibiotic tolerance is the so-called ’inoculum effect’. This term refers
to the reduced efficacy of antibiotics with increasing population densities and can be achieved in
different ways [210]. Release of resistance-conferring enzymes, e.g. S-lactamases, in the environ-
ment can protect the whole population [238]. When the production of such enzymes is costly, their
synthesis can be delayed until a sufficiently high density is attained [45]. Such density-dependent
effects on collective gene expression are often regulated by quorum sensing molecules [154]. Col-
lective antibiotic tolerance can also result from antibiotic-mediated altruistic cell death, leading
to an increased concentration of protective extracellular agents for surviving cells [154]. In still
other cases, only a few highly resistant individuals produce the signaling molecule indole, which
induces phenotypic tolerance in more susceptible cells and enhances population survival at the
cost of a small number of altruistic individuals [121]. Finally, bistability in ribosome inhibition,
caused by certain antibiotics, can result in the complete eradication of low density populations but
ensure survival when the population is at a sufficiently high density. At low densities, the intra-
cellular concentration is high enough to inhibit ribosome functioning, whereas positive feedback

in ribosome synthesis overcomes inhibition at lower concentrations [210].



Chapter 2

Evolution under antibiotic stress

In recent years, experimental evolution has emerged as an important tool in addressing funda-
mental evolutionary questions and unraveling the genetic basis of complex traits. This chapter
discusses recent progress in the field of experimental evolution, with the focus on bacterial adap-

tation to antibiotic stress.

2.1 Experimental evolution

2.1.1 Introduction

Evolutionary questions are traditionally addressed with comparative studies of living organisms,
fossil records, and molecular phylogeny. However, complete evolutionary trajectories and forces
yielding current phenotypes are difficult to unravel based on these data alone. Experimental
evolution provides an alternative way of studying evolution in the lab. Under strictly controlled
laboratory conditions, populations evolve as they would when subject to natural selective forces,

allowing the observation of evolutionary dynamics in real time [95].

The short generation times and large population sizes of microbial organisms enable the study
of evolutionary processes at a reasonable timescale [123]. In 1988, Richard Lenski embarked on
a famous, long-term evolution experiment starting from 12 identical ancestral populations of F.
coli [122]. More than 28 years and 64,000 generations later, the experiment is still running and
has answered many questions about genome dynamics during evolution, the relationship with
phenotypic adaptation, and other evolutionary issues [143]. Parallel evolution of identical starting
populations under the same conditions can reveal the contribution of chance to evolutionary out-
comes. Furthermore, cryogenic preservation allows direct comparisons of ancestor, intermediate,
and evolved strains, and aids in the reconstruction of evolutionary trajectories [235]. The repro-
ducibility combined with the strict control over the growth conditions contributes to the versatility

of experimental evolution in the study of evolutionary dynamics.

11
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Although very useful to study evolutionary forces, genetic changes underlying adaptations, muta-
tion rates, fitness trajectories, and numerous other evolutionary processes, experimental evolution
still holds some limitations. Long-term processes such as speciation can be too slow to study at
a human timescale. Furthermore, the maintenance of populations is often a labor-intensive and
time-consuming process, and contamination of the populations can impose an important practical

issue [95].

2.1.2 Dynamics during experimental evolution

Even in the absence of selective pressure, mutations spontaneously arise during the cell cycle due
to DNA replication errors, insertion of mobile elements, or DNA damage caused by environmental
factors such as UV radiation or chemical mutagens. Despite their low rate, spontaneous mutations

can account for a great deal of the genetic variation in a population.

In adaptive evolution experiments, changes in the population’s gene pool are however often driven
in a certain direction through the selection pressure exerted by constant or fluctuating environmen-
tal conditions imposed by the researcher. The result is a fitness increase relative to the ancestral
population, due to the accumulation of adaptive genetic changes [18]. The rate of fitness increase
usually slows down during adaptation as a result of genetic interactions between new and already
existing mutations, a process termed ’diminishing-return epistasis’ [34]. Early beneficial mutations
with large fitness impacts generally precede small-impact mutations, and adaptation in this stage
is said to be in the optimization regime [18]. Occasionally, small-impact mutations can prepare

the genetic background for a highly beneficial mutation, which is called innovation [18].

When a beneficial mutation initially arises, it is present at low frequency and risks being lost by
the random process of genetic drift. If the mutation overcomes this accidental loss, it can gradually
reach fixation in a so-called selective sweep and pave the way for new beneficial mutations. This
sequential follow-up of mutations is termed periodic selection [18] (Figure 2.1). When alternative
beneficial mutations are present in a population, due to a high mutation rate or large population
size, competition between the different mutants slows down the spread of each individual mutation.
Eventually, the mutation rendering the highest fitness advantage outcompetes the alternative
mutations and reaches genetic fixation [71] (Figure 2.1). This ’clonal interference’ only occurs in
asexual populations, since competing beneficial mutations have the potential to be recombined in

sexual populations.
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Figure 2.1: Dynamics during experimental evolution. Evolutionary trajectories are commonly repre-
sented in Muller plots, which show the frequency of different genotypes over time. a) In the case of
periodic selection, one mutation sweeps at a time, resulting in a step-like trajectory. As the rate of fitness
increase generally slows down due to diminishing-return epistasis, successive sweeps gradually take longer.
b) Clonal interference occurs when beneficial mutations emerge at a high rate, resulting in competition
between alternative mutations which slows down genetic fixation (adapted from [18]).

2.1.3 Experimental setup

Batch culture

Bacterial populations are often grown and evolved in a closed batch system. After a lag period
of adaptation to the new environment, cells start to grow exponentially. As nutrients become
exhausted and waste products accumulate, growth slows down and eventually ceases upon reaching
stationary phase. A fraction of the maximal density population is then inoculated into fresh
medium during serial transfer. Selection pressure can drive evolution towards some interesting
phenotype. However, transfer of a small fraction of the genetic variation generates a population
bottleneck, resulting in the loss of some beneficial mutations. Indeed, bottlenecks imposed in
serial transfer experiments significantly reduce the probability that a beneficial mutation reaches

fixation and can slow down adaptive evolutionary dynamics [228].

Continuous culture

In some experiments, it is desirable to keep the cell physiology and environmental conditions
fixed. In these cases, bacteria can be grown in a continuous culture system, most commonly a
chemostat. The continuous addition of fresh medium and outflow of waste products and cells result
in steady-state growth under stable environmental conditions, subject to experimental control (see
also paragraph 6.11.2). In a nutrient-limited chemostat, the concentration of a particular limiting
resource determines the maximal cell density. At steady-state, cells grow at a rate that is equal

to the dilution rate, thereby enabling precise experimental control [87].

A potential problem associated with growth in a chemostat is the selection of ’sticky mutations’,
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generating cells attaching to the wall of the vessel. This wall growth can create a subpopulation
of cells that experience other environmental conditions and that can again migrate into the liquid.

In most cases however, wall growth does not cause major problems [52].

2.2 Experimental evolution under antibiotic stress

As summarized in paragraph 2.1, experimental evolution provides important insights in funda-
mental evolutionary processes. On the other hand, experimental evolution is also emerging as an
important tool to unravel the genetic basis of complex phenotypes such as antibiotic resistance,
phenotypic tolerance, multicellular behavior, etc. [88, 187, 221]. As these complex phenotypes
often result from interactions between multiple genes and regulation by redundant genetic mecha-
nisms, they are challenging to study with classical experimental methods. This paragraph focuses
on the use of experimental evolution to investigate the emergence of bacterial survival strategies

in the face of antibiotics.

2.2.1 Evolution of antibiotic resistance

Given its clinical importance, a thorough understanding of resistance evolution is required for
the optimization of antibiotic dosage and treatment period. Decisions on therapeutical strategies
often rely on in wvitro studies considering only short periods of bacterial growth. However, these
studies might not adequately predict therapy outcome as they do not capture resistance evolution.
After all, the acquisition of resistance is often a multistep process and antibiotic therapies usually
last several days to months. In this light, experimental evolution serves as an appropriate tool to

track down the genetic adaptation of bacterial populations facing antibiotics [88].

Homogeneous environments

Dependent on the subject under study, evolution under antibiotic stress can be monitored using
different experimental set-ups. Serial transfer of cultures in a batch system containing a fixed
antibiotic concentration provides constant environmental conditions. In this way, Lazéar et al. [120]
propagated E. coli cultures in a batch system with fixed concentrations of different antibiotics and
tracked the susceptibility patterns of the evolved strains. They noticed a significant increase in

resistance levels towards all antibiotics.
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Heterogeneous environments

Given the heterogeneity in space and time of biological environments, the relevance of studying
resistance evolution in homogeneous environments can be limited. Moreover, once a resistance-
conferring mutation becomes fixed in the population, the selection pressure exerted by the an-
tibiotic drops and further adaptation is slowed down. In a microfluidics approach, Zhang et al.
[246] mimicked spatial heterogeneity of biological environments. Connections between popula-
tions growing under different degrees of stress allowed migration between the populations and

accelerated the emergence of resistance.

In order to overcome the decreasing selection pressure associated with fixed antibiotic concentra-
tions, Lazar et al. [120] performed serial transfer experiments with gradually increasing antibiotic
concentrations. Comparable experiments were executed by Oz et al. [172], who reported a similar
increase of resistance levels over time. Increasing the antibiotic concentration in order to keep the
selection pressure constant is however not restricted to batch systems. Lee et al. [121] evolved
E. coli in a chemostat, imposing gradually increasing antibiotic concentrations based on the min-
imum inhibitory concentration (MIC; see also paragraph 2.2.3) of the population. They noticed
the emergence of highly resistant mutants producing indole in order to stimulate more susceptible
cells to protect themselves. Using a more sophisticated approach, Toprak et al. [215] developed
the morbidostat, a continuous culture device that allows to monitor gradual evolution of antibiotic
resistance. As the population becomes more drug-resistant, the antibiotic concentration is grad-
ually increased in order to keep the growth rate fixed. Tuning the drug concentration to growth
using feedback regulation gives an indication of the rate of evolutionary adaptation. The same
researchers used the morbidostat to evolve E. coli under a constant selection pressure of either
chloramphenicol, doxycycline, or trimethoprim, which resulted in a dramatic increase of resistance

levels [214].

Cross-resistance and hypersensitivity

In addition to resistance emerging in the presence of a single antibiotic, interactions between differ-
ent resistance mechanisms are another matter of concern. Some mutations can confer resistance to
more than one drug, a phenomenon called cross-resistance. Oz et al. [172] observed high levels of
cross-resistance under strong selection regimens with a single drug. On the other hand, resistance
against a certain drug can enhance sensitivity to other drugs. This so-called collateral sensitivity
gives rise to a trade-off which is especially prominent in the case of aminoglycoside resistance

120, 172, 173].
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2.2.2 Evolution of antibiotic tolerance and persistence

Clearly, the permanent presence of antibiotic stress strongly selects for resistant mutants which are
able to grow under these conditions. However, in fluctuating environments with alternating peri-
ods of antibiotic stress, other evolutionary dynamics can occur. Under such conditions, resistance
does not always come out as the most successful strategy, as a consequence of the fitness cost as-
sociated with the maintenance of resistance mechanisms [8]. The lower the frequency of antibiotic
exposures, the higher this fitness cost. Furthermore, when resistance requires an adaptive response
(i.e. induction of a resistance mechanism), the response can be too slow to cope with sudden, high
antibiotic concentrations [115]. When evolving a wild type strain under such conditions, resis-
tant mutants should instantaneously exhibit high resistance levels. High-level resistance usually
emerges in a stepwise fashion by accumulation of multiple mutations. As such, these conditions
only allow growth of pre-existing, highly resistant mutants and exclude de novo mutants. The
experimental results discussed below indicate how more appropriate survival strategies, involving

phenotypic tolerance, have recently been shown to flourish under such environmental conditions.

Experimental evolution of E. coli intermittently treated with ampicillin resulted in a lengthen-
ing of the lag time, matching the duration of antibiotic exposure [61]. Evolved strains displayed
increased survival upon antibiotic challenge while their MIC was unaffected. As ampicillin tar-
gets actively dividing cells, dilution of stationary phase cultures into ampicillin-containing, fresh
medium specifically favored cells in which the first cell division was delayed. This temporal dor-
mancy was introduced as 'tolerance by lag’ Although the evolved population as a whole became
tolerant due to an extended mean lag time, an increased variance of the single-cell lag time dis-

tribution was also observed.

Experimental evolution of phenotypic tolerance was also performed by Van den Bergh et al.
[221], who observed the early emergence of strains with strongly elevated persister levels when E.
coli cultures were treated daily with aminoglycosides. Importantly, the obtained persister levels
were found to correlate with the treatment frequency, according to models of bet-hedging and
persistence [66, 114, 175] (see also paragraph 4.2.2). Despite similarities with the experimental
approach of Fridman et al. [61], important differences are the timing of antibiotic treatment
(stationary phase) and the use of antibiotics that also target normal, non-growing cells. These
results provide experimental evidence for persistence as a highly evolvable trait, confirm that
persistence can be considered as a bet-hedging strategy, and support theoretical models considering

long-term fitness of persistence.

In a similar approach, Mechler et al. [152] repeatedly treated S. aureus stationary phase cultures

with daptomycin, alternated with periods of growth under antibiotic-free conditions. They de-
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tected a dramatic increase of drug tolerance after 6 treatment cycles, which confirms the results

of Van den Bergh et al. [221] and justifies their extrapolation to other species and antibiotics.

2.2.3 Evolution in PK/PD models and in vivo

Pharmacokinetics and pharmacodynamics

The in vivo response of bacteria to antibiotic therapy largely depends on pharmacokinetic (PK)
as well as pharmacodynamic (PD) parameters. Pharmacokinetics describe how the antibiotic
concentration varies as a function of time, defined in the context of a living organism. After
administration, drugs are characterized by a certain absorption, distribution, and elimination
profile [211]. Chemical or enzymatic degradation as well as excretion processes are factors that

limit the in vivo half-life of antibiotics.

In addition, bacterial behavior in the presence of a certain antibiotic concentration can differ
considerably between strains. The functional relationship between the antibiotic concentration and
the growth characteristics of a particular strain is contained in pharmacodynamic parameters [188].
The best known and most frequently used parameter is the minimum inhibitory concentration
(MIC), which is defined as the lowest antibiotic concentration entirely inhibiting growth [10].
Another measure for the effectiveness of a bactericidal antibiotic is the minimum bactericidal
concentration (MBC), indicating the minimal concentration able to kill the bacterial strain. As
concentrations above the MIC inhibit growth of normal cells, the MIC defines the lower limit of
the so-called mutant selection window (MSW). In this concentration range, with an upper limit
defined by the mutant prevention concentration (MPC), selection for drug-resistant mutants is

likely to take place [49] (Figure 2.2).

The pharmacodynamic function

In addition to the MIC, which is typically used as the only guide in the optimization of antibiotic
treatment regimens, Regoes et al. [188] advocate the use of three other pharmacodynamic pa-
rameters to measure the antibiotic susceptibility of bacteria. These parameters are contained in
the pharmacodynamic function, a Hill function describing the relationship between the bacterial
growth rate 1 and the antibiotic concentration a. This model can be formulated as:

(wmaw - Qﬁmm)(ﬁ)“

wmin
(31e)” —

w(a) = wmaz -
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In Eq. 2.1, ¥4 represents the bacterial growth rate in the absence of antibiotics, whereas
Ymin 18 the minimum growth rate in the presence of high antibiotic concentrations. Given the
fact that ,,;, mostly has a negative value, it actually represents a killing rate. & is called the
Hill coefficient, serving as a measure of the steepness of the curve (Figure 2.2). Knowledge of
the pharmacodynamic function, combined with the pharmacokinetics, plays a crucial role in the

design of antimicrobial therapies [188].
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Figure 2.2: Graphical representation of the pharmacodynamic function, defined by Regoes et al. [188]
and describing the relationship between the antibiotic concentration and the bacterial growth rate. The
model contains four pharmacodynamic parameters: the maximum growth rate in the absence of antibiotics
(¥maz), the minimum growth rate at high antibiotic concentrations (¢min), the minimum inhibitory
concentration (MIC), and the Hill coefficient (x), which is a measure of the steepness of the sigmoid
curve. The mutant selection window (MSW), defined by the MIC and the mutant prevention concentration
(MPC), represents a range of concentrations that favour resistant mutants.

Experimental evolution in PK/PD models

As mentioned earlier, environments characterized by intermittent, high antibiotic doses apparently
do not select for de novo resistance mutations. In the context of infections though, the antibiotic
concentrations to which bacteria are exposed depend on the pharmacokinetic properties of the
drug. The approximately exponential decay of antibiotics observed in wvivo can be simulated in
vitro in a continuous culture, with the periodic addition of a bolus of the drug. Such in vitro models
have been used extensively to predict the pharmacodynamic effects of antibiotics, providing useful

information for therapeutic design.

Using a simple PK/PD model, Louie et al. [141] demonstrated that the conditions described
above can select for antibiotic resistance. By simulating realistic pharmacokinetic parameters for

levofloxacin and ciprofloxacin treatment of Streptococcus pneumoniae infections, they observed
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the emergence of resistance after a few days of treatment. Additionally, Tam et al. [209] used
the ratio of the area under the concentration-time curve over the MIC (AUC/MIC) as a PK/PD
index, and demonstrated that the emergence of resistant mutants is characterized by an initial

increase, followed by a decline when AUC/MIC is raised.

In vivo experimental evolution

In vitro evolution experiments have proven very useful to study evolutionary adaptation under
strictly controlled laboratory conditions. Still, they neglect some essential properties of a human
host environment. Probably one of the most important factors interplaying with antibiotics in
the clearance of infections is the host’s immune system. Despite the fact that some theoretical
models advocate the incorporation of the immune response in treatment optimizations [11, 68|,
few studies actually take it into account. In addition to the immune system, the complex structure

of a host environment can strongly influence evolutionary dynamics [244].

Given these disadvantages of in wvitro model systems, attention should be drawn to the study
of evolutionary dynamics in more natural environments. Although still in wvitro, Wong et al.
[236] already made one step in this direction by evolving P. aeruginosa under growth conditions
that mimic the environment of a cystic fibrosis lung. They investigated the genetic basis of
fluoroquinolone resistance under these conditions and observed the co-occurrence of resistance

mutations with compensatory mutations reducing the cost of resistance.

The in vivo counterpart of this experiment was conducted by Yang et al. [244], who followed the
evolutionary dynamics of P. aeruginosa adapting to the host environment of cystic fibrosis patients
and observed that diversification was more limited than predicted from in wvitro experiments.
Furthermore, sampling of longitudinal clinical isolates of cystic fibrosis patients led to the discovery
of increasing persister levels during the course of infection [161]. The prolonged infection term
in cystic fibrosis patients was also exploited by Lieberman et al. [133], who tracked the in wvivo
evolutionary adaptation of Burkholderia dolosa to its human host and identified genes important
for its pathogenicity. Recently, Klemm et al. [107] reported remarkable within-host evolution
of Salmonella Enteriditis in an immunocompromised patient. Except for these efforts in human,
extensive animal infection models that are appropriate for experimental evolution studies are

currently still lacking.
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2.3 Effects of antibiotics at sublethal concentrations

2.3.1 Selection of antibiotic resistance

The MSW hypothesis proposed by Drlica [49] suggests that antibiotic concentrations should be
higher than he MIC in order to select for resistant mutants, since the growth of susceptible
cells is not inhibited at sub-MIC levels. However, according to the pharmacodynamic function
(Figure 2.2), bacterial growth behavior in the sub-MIC range is still concentration-dependent.
Although often neglected, low antibiotic concentrations can have important effects on the selection
of resistant mutants [9]. Experimental studies including competition experiments demonstrate that

the minimal selective concentration (MSC) can be significantly lower than the MIC [75, 135].

In addition to the enrichment of pre-existing mutants, sub-MIC antibiotic concentrations can
also result in an increased number of de novo mutations [75, 92]. The presence of antibiotics can
activate bacterial stress responses, of which the SOS response is most frequently reported. The SOS
response has known effects on the induction of mutagenesis, recombination, and horizontal gene
transfer, all of which are important contributors to the emergence of resistance [21, 76, 80, 109, 139].
Since susceptible cells are still able to grow at sub-MIC concentrations, the fitness cost of resistance-
conferring mutations should be small enough in order to outcompete the wild type strain. These
low-cost mutations usually have small effects, but they can prepare the genetic background for
higher impact mutations. Furthermore, the obligatory low cost of these mutations can contribute

to the limited reversibility of antibiotic resistance [8].

2.3.2 Induction of persistence

The importance of stress responses in persister formation was already discussed in paragraph
1.3.4. As antibiotics at sublethal concentrations trigger these stress responses, their presence can
significantly affect persister levels. Indeed, E. coli cultures pretreated with sub-MIC concentrations
of fluoroquinolones showed dramatically increased persister levels, underlining the importance of
sublethal concentrations in the survival of bacterial populations [46]. Johnson and Levin [91]
observed the same effects when pretreating S. aureus with gentamicin, vancomycin, and oxacillin,

and provided a mathematical framework for these experimental observations.



Chapter 3

Persistence and the evolution of

resistance

3.1 Persisters: a potential reservoir of resistant mutants

As discussed in more detail in paragraph 1.3, persisters can be considered as a slowly dividing
subpopulation of cells that are protected from lethal stresses. In the face of antibiotic treatment,
normal cells are killed rapidly, barely leaving time for de movo resistance mutations to occur.
However, as persisters constitute a protected compartment in the population, they remain viable
in the presence of antibiotics and can accumulate mutations. Although the slow division rate
of persisters could point at a low mutation frequency, it has been shown that even non-dividing
cells accumulate mutations at a substantial rate through mechanisms that do not rely on DNA
replication [106, 138] (see also paragraph 3.2.2). Hence, the refractory subpopulation of persisters
can act as a reservoir of resistant mutants. This hypothesis was considered by Levin and Rozen
[126] by means of a theoretical model of a continuous culture. Their model suggests an acceleration

of resistance evolution when persisters are present.

3.2 Stress responses in persisters can accelerate adaptive

evolution

In theory, the presence of a refractory subpopulation is sufficient to promote the emergence of
resistance. However, as the maintenance of the persister state seems to depend on stress responses,
Cohen et al. [39] postulated that these may strongly accelerate evolution towards resistance. This
paragraph further elaborates this potential connection between persistence and resistance, starting
with a brief overview of the most important bacterial stress responses, largely based on findings

in E. col.

21
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3.2.1 Bacterial stress responses

General stress response

In contrast to most stress responses which are rather specific, the general stress response leads to
a global transcriptional reprogramming of the cell, resulting in tolerance towards several stresses.
The general stress response is controlled by the sigma factor RpoS or 0. The vast set of genes
under direct or indirect control of RpoS (approximately 10 % of all genes in E. coli) explains
the global and drastic effects on cell physiology [232]. Several unfavorable growth conditions can
trigger the general stress response, including starvation, stationary phase, DNA damage, heat or
cold stress, pH stress, energy limitation, high osmolarity, oxidative stress, etc. [19]. Independent of
the stress that activates it, the outcome of the general stress response is a global adaptation of the
cell to several stressful environments, as well as to stationary phase conditions. This general cross-
protection and metabolic downregulation is the result of several morphological, transcriptional,
and metabolic adaptations [19]. Examples include a smaller and spherical cell shape, the repression

of aerobic metabolism, and the production of ribosome modulating factor (RMF) [164].

Similar to other sigma factors, rpoS expression is regulated at multiple levels to avoid an increase
of the cellular RpoS concentration under favorable growth conditions [119]. Transcription of rpoS
can occur from the promoter of nlpD, a gene located upstream of rpoS, or from the rpoS promoter
itself [19]. Increased rpoS transcription is observed during entry into stationary phase, which is
positively regulated by (p)ppGpp, among others [51]. The response regulator ArcA of the two-
component ArcB/ArcA system, which is sensitive to the cellular energy status, is an example
of a negative regulator of rpoS transcription [157]. Although (p)ppGpp also seems to play a role
[81], translational control of RpoS is largely dependent on small RNAs (sRNAs) induced by several
types of stress conditions. Binding of sSRNAs to the 5’ untranslated region (5° UTR) of rpoS mRNA
exposes its ribosome binding site, thereby inducing translation [28]. RpoS is a highly unstable
protein in exponential phase, due to rapid degradation by ClpXP protease in cooperation with
the adaptor protein RssB [22, 197]. A more exhaustive overview of the regulation mechanisms of

RpoS is provided by Battesti et al. [19].

Stringent response

The stringent response is activated by amino acid starvation and other kinds of nutrient limita-
tion. The result is an adaptation of the cell to nutrient-limited growth conditions, mainly through
the reduction of RNA and protein synthesis. The main effector molecule of the stringent re-

sponse, (p)ppGpp, induces dissociation of the unstable RNA polymerase-promoter open complex
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of ribosomal RNA (rRNA) genes and ribosomal proteins [183]. (p)ppGpp-synthesis is RelA- and
SpoT-dependent. RelA is a (p)ppGpp synthethase associated with the ribosomal A-site. It is
activated in the presence of uncharged tRNAs at the ribosomes, as a consequence of amino acid
starvation [38]. SpoT is both able to synthesize (p)ppGpp in response to other kinds of nutrient
limitation and to hydrolyze (p)ppGpp in the absence of amino acid starvation [241]. Increased
levels of (p)ppGpp cause a global shutdown of macromolecular synthesis processes such as the
production rRNA and tRNA, DNA lipids, and ribosomal proteins (Figure 3.1). Furthermore,
amino acid supplies are replenished through amino acid biosynthesis and proteolysis [144]. As
mentioned above, (p)ppGpp is an important transcriptional and translational activator of RpoS

expression, establishing a link between starvation and the activation of the general stress response.
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Figure 3.1: Schematic overview of the activation and effects of the stringent response. The synthesis of
(p)ppGpp is controlled by RelA, in response to amino acid starvation, and SpoT, in response to other types
of stress and nutrient limitation. (p)ppGpp binds to RNA polymerase (RNAP), inducing transcription of
stress resistance and starvation survival genes (adapted from [144]).

SOS response

The presence of DNA damage, arisen spontaneously or induced by genotoxic stress, can be catas-
trophic for the normal functioning of a bacterial cell. Under these circumstances, the SOS response
acts as a life-saver by organizing DNA repair. Since some of the mechanisms activated by the SOS
response are intrinsically mutagenic, SOS genes are under tight control of the LexA repressor.
LexA binds as a dimer to cognate LexA box sequences in SOS gene promoters and prevents their
induction under normal growth conditions [29] (Figure 3.2). The presence of single-stranded DNA
(ssDNA) warns the cell for DNA damage. The subsequent recruitment of RecA to this ssDNA re-
sults in the formation of nucleoprotein filaments which induce autocleavage of the LexA repressor

and expression of SOS genes [29] (Figure 3.2). Generally, the induction of the SOS response leads
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to the activation of repair systems such as homologous recombination, nucleotide excision repair,
and translaesion synthesis [14]. Homologous recombination usually results in an error-free repair
of ssDNA lesions or double-stranded breaks (DSB). Recombination proteins such as RecFOR and
RecBCD generate ssDNA recognized by RecA and rely on the sequence of the sister chromosome
to carry out error-free repair [14]. Damaged or mismatching nucleotides can be replaced through

the nucleotide excision repair mechanism based on the UvrABC endonuclease and UvrD helicase.

Only after a sufficiently long induction of the SOS response, translaesion synthesis is activated
as a last resort to repair the damage that still remains [155]. This mutagenic DNA repair is
performed by error-prone polymerases such as PolV, Polll, and PollV, encoded by umuCD, polB,
and dinB respectively. RecA-ssDNA nucleoprotein filaments cleave UmuD to generate UmuD’,
which constitutes the active PolV complex UmuD’;C. The incorporation of nucleotides by these
polymerases is not guided by base paring, nor corrected with proofreading activity. In addition
to the repair of DNA damage, the mutagenic effects of the SOS response can be considered as an
additional adaptive response to stress conditions (Figure 3.2). A higher mutability increases the
chances of beneficial mutations and can play a major role in survival and adaptation to changing

environments [14, 151].
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Figure 3.2: Schematic overview of the activation and effects of the SOS response. In the absence of DNA
damage, the LexA repressor binds to the promoter of SOS genes, thereby preventing their transcription.
Upon DNA damage, RecA nucleoprotein filaments are formed and activate autocleavage of LexA, enabling
transcription of SOS genes. Derepression of error-prone polymerases through this mechanism can cause
adaptive mutagenesis, which confers resistance towards the stress (adapted from [202]).

Oxidative stress response

While oxygen is by far the most efficient electron acceptor in terms of energy, the oxidative stress

intrinsically associated with aerobic respiration provides a major challenge to cellular systems.
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The harmful ROS generated as a byproduct from oxygen reduction as well as from exogenous
sources need to be eliminated properly in order to prevent cellular damage. Two major oxidative

stress regulons, the soxRS and ozyR regulons, have been unraveled in E. coli [180].

The sozRS regulon is mainly concerned with superoxide radicals (O2™) and is induced by SoxR,
which acts as a redox sensor and activates transcription of the downstream regulator SoxS (Figure
3.3). The SoxR protein is produced continuously and functions as a homodimer containing two
[2Fe-2S] clusters that sense oxidative stress. Oxidation of the iron-sulfur clusters in SoxR by
superoxide radicals or other oxidizing agents renders it active, resulting in the induction of the
soxS promoter. SoxS, in turn, regulates the expression of various genes important in the protection
against oxidative stress. An example is the superoxide dismutase gene sodA, the product of which

plays a role in the conversion of O2™ to hydrogen peroxide (H2O2) [33, 63].

Similar to SoxR, OxyR functions as a redox sensor (Figure 3.3). However, since the reversible
formation of disulfide bonds now underlies the sensing mechanism, OxyR mainly initiates the
response to HoOs. In its oxidized, active state, OxyR regulates the expression of various genes,
including katG (catalase), ahp (alkylhydroxyperoxide reductase), and dps (iron sequestration pro-
tein) [6, 63].
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Figure 3.3: Schematic overview of the activation and effects of the oxidative stress response. a) The sozRS
locus encodes the continuously produced SoxR protein, which is activated in the presence of superoxide-
generating agents or nitric oxide and induces transcription of sozS. SoxS regulates transcription of various
stress resistance genes. b) The ozyR regulon is activated upon oxidation of OxyR by hydrogen peroxide
(H202). Oxidized OxyR regulates transcription of genes with antioxidant functions (adapted from [180]).

Extracytoplasmic stress response

Changes in the extracellular environment are initially sensed at the cellular envelope. Stress-
ful conditions can cause envelope perturbations, warning the cell of the changing environment.

Furthermore, since many crucial physiological processes occur at the envelope, an appropriate
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response to extracytoplasmic stress is required in order to maintain its functionalities. Of the
multiple envelope stress response pathways found in bacteria, the o¥-dependent pathway is the
best studied and most important one (Figure 3.4). The activity of this sigma factor, encoded by
rpoE, is induced by misfolded outer membrane proteins (OMPs) in a proteolytic cascade involving

RseB, RseA, and DegS [3, 102].

In the absence of stress, the activity of o is inhibited by tight interaction with the inner membrane
protein RseA, which serves as an anti-sigma factor [102]. Misfolding of OMPs exposes a C-
terminal motif that is recognized by the protease DegS, which targets RseA [230]. However,
DegS-mediated RseA degradation is prevented by binding of RseB with RseA. The accumulation
of lipopolysaccharide (LPS) in the periplasm attracts RseB, thereby dissociating from RseA and
resulting in the cleavage of RseA. RseA is further cleaved in its transmembrane region by the
protease RseP and degraded completely by CIpXP [4, 102]. The resulting release of o generally
influences transcription of genes involved in the synthesis and assembly of OMPs and LPS and
the degradation of misfolded OMPs [190]. In addition, o seems to play a species-specific role in
bacterial pathogenicity [195].
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Figure 3.4: Schematic overview of the activation and effects of the extracytoplasmic stress response. The
activity of the sigma factor o is inhibited by tight interaction with the inner membrane protein RseA.
Binding of OMPs activates DegS, while RseB is relieved from RseA by LPS. RseA is sequentially digested
by DegS, RseP, and ClpXP, resulting in the release of o in the cytoplasm (adapted from [102]).

3.2.2 The role of stress responses in adaptive evolution

The contribution of elevated stress responses to the maintenance of the persister state was already
discussed in paragraph 1.3.4. Especially, the role of the stringent response and the SOS response
has recently been verified experimentally [46, 145]. The same stress responses have been associated
with a higher adaptive potential by promoting mutagenesis. The general outcome of these stress-

induced mutations is an increased genetic diversity and accelerated evolution when the population
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is maladapted to the current environment.

Ponder et al. [181] demonstrated that PolIV-mediated error-prone repair of DSBs is dependent
on the general stress response mediator RpoS. Furthermore, RpoE was also shown to be involved
in this type of DNA repair, suggesting a role for extracytoplasmic stressors in stress-induced
mutagenesis [72]. Through the investigation of copy number variants emerging under starvation
stress, Lin et al. [134] observed chromosomal structural changes associated with amplification
events, which were dependent on RpoS as well as RpoE. As mentioned in paragraph 3.2.1, the
mutagenic effects of the SOS response can also strongly contribute to the increased evolvability
observed under stressful conditions [151]. Additionally, the SOS response promotes the spread of

resistance genes on mobile genetic elements via horizontal gene transfer [21].

Based on these observations, Rosenberg et al. [193] proposed a general model for DSB-dependent
stress-induced mutagenesis, as a result of three simultaneous events: the formation and repair
of DSBs, induction of the SOS response, and a second stress that induces RpoS. DSBs can be
generated by DNA damaging agents, but spontaneous DNA breaks have also been shown to occur
frequently [178]. The repair of these DSBs by homologous recombination is a frequent cause of
SOS response induction. Under the control of both the SOS response and RpoS, the repair of
DSBs is switched from a high-fidelity to a mutagenic process through the activation of error-prone
polymerases. The result is an accumulation of replication errors that are fixed as mutations (Figure
3.5).
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Figure 3.5: A general model of DSB-dependent stress-induced mutagenesis. A) a double-stranded end
(DSE) or DSB can be generated spontaneously by replication fork collapse. B) Repair of the resulting
break by homologous recombination involves RecBCD and RecA, and can potentially induce the SOS
response. Together with the SOS response, the induction of RpoS by a second stress activates error-prone
polymerases that generate mutations (C) (adapted from [193]).
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3.3 Persistence and resistance: overlapping mechanisms?

Although the population heterogeneity associated with persistence is purely phenotypic, the per-
sister fraction of a strain is a genetically determined trait. A number of genetic mutations affecting
persister levels have already been reported. Examples of mutated genes that result in increased
persister levels are hipA [160], nuoN, gadC, and oppB [221]. In addition to their effects on persister
levels, mutations in genes of the nuo and opp operons have also been found in resistant mutants
[1, 120, 191], suggesting that phenotypic persister variants and resistant mutants rely on similar
tactics to avoid antibiotic action. Therefore, it could be speculated that the evolutionary pathway

towards resistance is easier to take for a high persistence mutant.

Other experimental results also indicate that persistance and resistance are not totally indepen-
dent. For example, cross-talk between fosfomycin resistance and ofloxacin persistence has already
been observed. Overexpression of fosA or a mutation in glpT, both conferring resistance to fos-
fomycin, reduces the number of persisters after ofloxacin treatment [44]. Furthermore, bacterial
efflux pumps, which are known as important mediators of antibiotic resistance [131], have been
shown to play a role in persistence in mycobacteria [2]. More generally, some studies have found
that strains showing high antibiotic resistance also tend to be highly tolerant [136] or exhibit high
persister levels [226].
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Mathematical modelling of

persistence

As the complexity of biological systems often reaches beyond intuition, mathematical modelling
can have an important added value in their study. Providing a quantitative description of the
interactions between different variables, mathematics can be a useful language to reveal elements
that are not obvious in a purely qualitative approach. The most important benefits offered by
mathematical models are their predictive power, generating new and testable hypotheses, and

their ability to guide the experimental setup.

Mathematical modelling has become an important tool in the study of bacterial persistence, as
demonstrated by the various modelling papers published in the field. Two types of models have
already proven their value. Mechanistic models focus on genetic modules and their regulation,
aiming to provide a mechanistic explanation of persister formation and resuscitation. On the
other hand, population models are used to predict the dynamics of persistence at the population

level.

4.1 Mechanistic models

Over the last decade, persistence mechanisms have become a popular subject of mathematical
modelling papers. The central role for type IT TA modules in the generation of persisters (see
also paragraph 1.3.4.) has been translated into a myriad of mechanistic models, focusing on the

regulatory dynamics of these genetic elements and their ability to induce persistence.

Lou et al. [140] outlined a simple deterministic model of the regulation of the hipBA mod-
ule. Apart from negative autoregulation through DNA binding of both free antitoxin and toxin-
antitoxin complexes, they considered dilution of the toxin through cell division, and growth rate
modulation. Growth rate modulation refers to the inhibitory effect of the toxin on cellular growth

and is required to explain persister formation. Their system only shows potential for bistability

29
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when the cooperative binding of free antitoxins as well as of toxin-antitoxin complexes to operator
sequences is taken into account, suggesting an essential role for this cooperativity in phenotypic
heterogeneity. Furthermore, the model provides a theoretical explanation for the strongly elevated

persister levels observed in stationary phase as compared to early exponential phase [100].

Further extending the model of cooperativity [140], Cataudella et al. [32] pinpointed the possible
contribution of conditional cooperativity to the bistability associated with persistence. Condi-
tional cooperativity refers to the dependence of transcriptional autoregulation on the toxin con-
centration (Figure 4.1). Free antitoxin only serves as a weak transcriptional repressor, whereas
toxin-antitoxin complexes with intermediate toxin-antitoxin ratios strongly repress transcription
of the TA module. Further increasing the toxin concentration above a certain threshold results
in the formation of toxin-antitoxin complexes with a high stoichiometric ratio, which have a low
repressor activity and thereby enable transcription. Consequently, the low translation rate in per-
sisters favors a high toxin-antitoxin ratio because of the unstability of the antitoxin, resulting in
a high transcription level of TA modules in persisters [69]. When the antitoxin degradation rate
lowers, the toxin-antitoxin ratio decreases. According to the model of conditional cooperativity,
this leads to transcriptional repression of TA modules and lower toxin activity, both resulting in

the resuscitation of a persister cell [69].
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Figure 4.1: Conditional cooperativiy in toxin-antitoxin (TA) modules. The transcriptional autoregula-
tion of TA modules depends on the toxin concentration. Free antitoxin serves as a weak transcriptional re-
pressor, whereas complexes with intermediate toxin-antitoxin ratios strongly repress transcription. When
the toxin concentration exceeds a certain threshold, transcription is enabled due to dissociation of the
toxin-antitoxin complexes from the DNA. In the absence of stress, the antitoxin sequesters the toxin and
counteracts its function. The antitoxin is prone to degradation by proteases, which are upregulated under
stress conditions and can induce a dormant persister state (adapted from [83]).

The model of Lou et al. [140] also inspired Feng et al. [58] to build a more realistic model
incorporating new insights into the organization of the hipBA module. In biological systems,
transcription and translation are inherently associated with noise, which can play an important
role in the expression dynamics of TA modules. A stochastic model, as built by Feng et al. [58]
using the Gillespie algorithm [242], incorporates this noise and can lead to a drastic improvement
of genetic models. By taking into account growth rate modulation but excluding conditional

cooperativity, their model indicates the importance of the growth rate in persister bistability.
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The stochastic model of Rotem et al. [194] predicts that cells become persisters when their toxin
level exceeds a particular threshold, with the duration of growth arrest being dependent on the
toxin level relative to the threshold. This hypothesis is further supported by the model of Koh
and Dunlop [108]. The observation that multiple TA modules can cooperate to induce switching,
was considered in a mathematical model of Fasani and Savageau [56]. Their model suggests
that multiple TA modules can be coupled to create bistability and predicts a correlation between

persister fractions and the number of TA modules.

The concepts described above (negative transcriptional autoregulation, conditional cooperativity,

and growth rate modulation) are summarized mathematically in Eq. 4.1 [156].
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In the differential equation system of Eq. 4.1, toxin and antitoxin are represented by T and A
respectively, while AT and TAT denote toxin-antitoxin complexes with intermediate and high ra-
tios respectively. p4 and pr represent average rates of formation by transcription and translation,
while dA, dT, dAT, and dTAT are the average degradation rates. «., the rate of AT complex
formation, and 6., the rate of complex dissociation, provide a means to take into account toxin
sequestration by antitoxin. Negative transcriptional autoregulation is considered by multiplica-
tion of the formation rates with @ (K = 6./a.). Conditional cooperativity is taken into
account through the formation of a TAT complex, which is unable to repress transcription. Con-
sequently, the concentration of the TAT complex does not influence the formation rates of both
A and T, as does the concentration of the AT complex. Growth rate modulation can be formu-
lated mathematically by introducing a modulation factor 7. This factor describes the negative,
threshold-based effect of the toxin on the growth rate, and consequently on the rates of transcrip-
tion and translation. n(t), which is called a Langevin noise term, introduces stochastic effects as
random, Gaussian noise. A more detailed description of the general model described in Eq. 4.1 is

given by Vandervelde et al. [156].
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4.2 Population models

The models described in the previous paragraph have shed light on the mechanisms that drive
a single cell into the persister state. Nevertheless, this persister switch makes more sense when
considered in the context of a whole bacterial population. Population models of persistence zoom
out from the single-cell level to the population level, aiming to describe and understand the
population dynamics associated with persistence. Their predictive power can be exploited to gain
insight into the evolutionary and ecological implications of persistence and to predict the behavior

of bacterial populations in the face of different therapeutic strategies.

4.2.1 Population models of phenotypic diversity

Under fixed environmental conditions, the fitness of a bacterial population is maximized when
all individuals exhibit the best adapted phenotype. On the other hand, fluctuating environments
seem to favor phenotypic diversity in an isogenic population. The evolutionary basis of pheno-
typic variability and corresponding ’bet-hedging’ strategies has been examined through various
theoretical models. Lachmann and Jablonka [117] demonstrated that the optimal transition rates
between two phenotypes correspond to the environmental periodicity. Similarly, Thattai and Van
Oudenaarden [213] built a general model of phenotypic heterogeneity. Their model demonstrates
the benefits of a "dynamically heterogeneous’ population in a fluctuating environment and predicts
that rates of switching between phenotypes can be evolutionary tuned to environmental changes in
order to maximize long-term population fitness. In another model of phenotypic diversity, Kussell
and Leibler [115] demonstrated that stochastic switching is favored over environmental sensing in

environments that change infrequently.

4.2.2 Population models of persistence

A simple two-state population model of persistence was first introduced by Balaban et al. [17],
describing the dynamics of both normal cells and persisters with a first-order, linear differential

equation (Eq. 4.2).

dn — X n(t) —a x n(t) + b x p(t) (4.2)

%:prp(t)—bxp(t)—i—axn(t)

Switching from the normal state n to the persister state p occurs with a switching rate a, while

persisters switch back to the normal state with a switching rate b. Growth or mortality rates
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of normal cells and persisters are denoted by p, and p, respectively. When p, and p, have
positive values, this model allows an infinite exponential growth. As this does not correspond to
the population dynamics of batch growth, a factor N,/ K for logistic growth can be added, with
Nio: representing the total population size and K the carrying capacity. Apart from the ability
to make theoretical predictions using relevant parameter estimations [114, 175], this model can be

used to extract parameter values from experimental data [67, 221].

Kussell et al. [114] used the model described by Eq. 4.2 to investigate how switching rates
determine long-term fitness of a population in fluctuating environments. They performed both
deterministic and stochastic simulations of population dynamics in periodically changing environ-
ments, in which periods of growth with a fixed duration ¢, are alternated with periods of antibiotic
stress with a fixed duration t5. By assuming that the presence of antibiotics influences the growth
rates [t and f,, but has no short-term effects on the switching rates a and b, they calculated the
switching rates that maximize long-term fitness in a specific changing environment. Importantly,
they found that the optimal a is approximately inversely proportional to t, (a =~ 1/t,), while the
optimal b is approximately inversely proportional to ts (b &~ 1/t¢s). This theoretical prediction
indicates that switching rates, rather than growth or killing rates, are subject to evolution and
that the frequency of environmental changes, rather than the specific characteristics of one en-
vironment, is the major determinant of the optimal switching rates. Furthermore, they suggest
that persistence can be explained in the context of bet-hedging strategies, providing the strongest
benefits when antibiotic stress is frequent and intense. Together, these results support theoretical
predictions derived from previous, more general models concerning phenotypic diversity [117, 213]

and were confirmed by recent experimental data and theoretical predictions [221].

A more detailed analysis of the population dynamics of persistence was performed by Patra and
Klumpp [175]. Assuming that switching rates are low compared to growth and killing rates, they
used the model described by Eq. 4.2 to derive analytical expressions of the persister fraction,
switching rates, and other relevant parameters under different environmental conditions. In a
periodically switching environment, they essentially derived the same estimation of the optimal
switching rates as previous models [114, 117, 213]. However, the assumption that the environment
changes infrequently was relaxed, which allowed the derivation of expressions of optimal switching

rates for short environmental durations.

The prediction that high persister levels are favored when antibiotic stress occurs more frequently
[114], was also inferred by Gardner et al. [66]. However, they consider the cost of persistence -
a growth deficit - and the benefit of persistence - an increased survival in the face of antibiotic
stress - as implications on direct, individual fitness instead of being part of a population level

survival strategy. In their perspective, the benefits of persistence at the population level can be
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explained more accurately when resource competition is taken into account. Their model predicts
that nutritional stress, e.g. in stationary phase, which is associated with a decreased growth
rate of normal cells, not only reduces the individual fitness cost of persistence but also increases
population benefits of persistence by minimizing resource competition among genetically related

individuals.

Despite the importance of mathematical models to gain insight in the mechanisms driving persis-
tence and the evolutionary forces shaping persister levels, experimental validation of these theoret-
ical findings is often lacking. However, experimental data are indispensable to discover limitations
of existing models and to guide the development of more accurate models, as was pointed out
by Stepanyan et al. [206]. Driven by the discrepancy between experimentally observed persister
levels and theoretical predictions, they revealed additional costs of persistence that could explain
the observed low persister levels. In addition to the direct growth cost of persistence, evolutionary
stable persister levels also seem to result from a lengthened lag phase in the absence of antibiotic
stress and an increased mortality in stationary phase. Consequently, these two pleiotropic costs

of persistence which should be considered for incorporation in future models.
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Materials

5.1 Strains

The bacterial strains used in this work are listed in Table 5.1. Additional strains originated from
the ECOR collection [170] (ECOR 01, 08, 15, 16, 21, 26, 30, 36, 37, 41, 42, 43, 47, 49, 51, 57, 58,
59, 65, and 70).

Table 5.1: Overview of bacterial strains used in this work

Strain Genotype Reference

E. coli

SX43 A(araD-araB)567 A~ rph-1 A(rhaD-rhaB)568 hsdR514  [243]
AlacZ::tsr-venus

oppB* SX43 oppB539 C>A [221]

nuoN™ SX43 nuoN1204 C>G [221]

gadC* SX43 gadC1100 A>G [221]

BW25113  A(araD-araB)567 A\~ rph-1 A(rhaD-rhaB)568 hsdR514
AlacZ}187(::rrnB-38)

JW0429 BW25113 Alon:Km® [12]
JW5437 BW25113 ArpoS:Km® [12]
A(relAspoT) BW25113 ArelA AspoT::Spc® [159]
MG1655 A~ rph-1 [26]
A10TA MG1655 AmazF AchpB ArelBE A (dind-yafQ) A (yefM-  [147]
yoeB) AhigBA A (priF-yhaV) AyafNO AmgsRA AhicAB
MG21 MG1655 2de-264::Tn10 [176]
MG1655A7  zde-264::Tn10 hipA7 [176]
TOP10 recAl araD139 A(ara-lew)7697 galU galK rpsL(Str®)  Invitrogen™
endAl nupG

5.2 Plasmids

The plasmids used in this work are listed in Table 5.2.

35



36 Chapter 5. Materials
Table 5.2: Overview of plasmids used in this work

Plasmid Relevant characteristics Reference
pUAG6 Km® [245]
PrelA-gfp promoter fusion with gfpmut2, Km® [245]
PwrbA-gfp promoter fusion with gfpmut2, Km® [245]
PosmE-gfp promoter fusion with gfpmut2, Km® [245]
PrecA-gfp promoter fusion with gfpmut2, Km® [245]
PdinB-gfp promoter fusion with gfpmut2, Km® [245]
PpolB-gfp promoter fusion with gfpmut2, Km® [245]
PumuCD-gfp promoter fusion with gfpmut2, Km® [245]
PrpoE-gfp promoter fusion with gfpmut2, Km® [245]
PrpoS-gfp promoter fusion with gfpmut2, Km® [245]
PsoxS-gfp promoter fusion with gfpmut2, Km® [245]
Pdps-gfp promoter fusion with gfpmut2, Km® [245]
pCP20 FLP recombinase, temperature-sensitive replication, Ap®, Cm® [42]

5.3 Culture media

Liquid cultures were grown in lysogeny broth (LB), Mueller-Hinton broth (MHB), or 2x LB (low

salt). Agar was added for solid media. All media were sterilized by autoclaving.

5.4 Medium additives

Medium additives were added after filter sterilization (0.2 um) to autoclaved, cooled media. All

relevant medium additives are listed in Table 5.3.

Table 5.3: Overview of medium additives used in this work

Additive Abbreviation Stock Working Solvent
concentration concentration®
Antibiotics
Amikacin AMK 50 mg/ml Distilled water
Ampicillin AMP 100 mg/ml 100 pg/ml Distilled water
Carbenicillin CAR 100 mg/ml Distilled water
Ceftazidime CEF 50 mg/ml Distilled water
Ciprofloxacin CIP 5 mg/ml Distilled water®
Kanamycin KAN 50 mg/ml 50 pg/ml Distilled water
Rifampicin RIF 50 mg/ml 50 pug/ml Dimethy]l sulfoxide
Tetracycline TET 10 mg/ml 10 pg/ml 70 % ethanol
Others
Arabinose Ara 200 mg/ml 2 mg/ml Distilled water
Glucose Gle 200 mg/ml 2 mg/ml Distilled water
Calcium dichloride CaClsy 1M 5 mM Distilled water
Magnesium sulphate  MgSOy4 1M 10 mM Distilled water
Sodium citrate 1M 5-200 mM Distilled water®

# For antibiotics, working concentrations used for cloning purposes are given.
Otherwise, applied concentrations are indicated elsewhere.

b addition of HCI enhances solubility
¢ pH was adjusted to 5.5 with NaOH
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5.5 Buffers and mixtures
5.5.1 Polymerase chain reaction (PCR)

PCR was performed with either Tag DNA polymerase (New England Biolabs) or Q5 DNA poly-

merase (New England Biolabs), according to the manufacturer’s instructions.

5.5.2 DNA gel electrophoresis

Tris-borate-ethylenediaminetetraacetic acid (EDTA) buffer (TBE) (10x) was prepared with 121 g
Tris-base, 102 g boric acid, 6.4 g Nap,EDTA, and 1 1 distilled water. Blue juice (5x) consisted of
500 ml glycerol, 37.25 g EDTA, 2 g bromophenol blue, and 30 g sodium dodecyl sulphate (SDS).
The resulting mixture was diluted to 1 1 with TBE buffer (1x).

5.5.3 Preparation of chemocompetent cells

Two buffers were used for the preparation of chemocompetent cells. Transformation buffer 1 (Tfb
1) consisted of 1.178 g potassium acetate, 4.83 g RbCl, 0.588 g CaCls, 3.958 g MnCly.4H-0,
340 ml distilled water, and 60 ml glycerol. The mixture was adjusted to pH 5.8 with acetic
acid (0.2 M) and stored at 4 °C. Transformation buffer 2 (Tfb 2) was prepared with 0.628 g
3-(N-morpholino)propanesulfonic acid (MOPS), 3.708 g CaCl,, 0.362 g RbCl, and 85 ml distilled

water.

5.5.4 Flow cytometry

Before sorting, cultures were diluted in phosphate-buffered saline (PBS) (8 g NaCl, 0.2 g KCl,
1.44 g NagHPOy, 0.24 g KH5POy, and 1 1 distilled water).

5.6 Commercial kits

An overview of the commercial kits is given in Table 5.4.

Table 5.4: Overview of commercial kits used in this work

Kit Company Use
GenElute™ HP Plasmid Miniprep Kit Sigma-Aldrich  Plasmid isolation
Wizard® SV Gel and PCR Clean-Up System  Promega DNA extraction from agarose gel
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5.7 Primers

All primers used for PCR amplification are listed in Table 5.5. Primers were designed with the
Geneious software version 7.1.7 [97] and synthesized by Integrated DNA Technologies (IDT).

Table 5.5: Overview of primers used for PCR amplification

Primer Sequence Target

SP110943 (forward) AAATTACCGCCACCGCCATA ampC promoter region
SP110944 (reverse) GTGGGTATTCTGCTGCCACT

SPI111089 (forward) TGCCAGATGTCCGAGAT gyrA quinolone resistance-
SPI11090 (reverse) GTATAACGCATTGCCGC determining region
SPI11091 (forward) GCCTTTCTTCACTTTGTACAGCG  gyrB quinolone resistance-
SPI11092 (reverse) GTGACGGCGGTACTCACCTG determining region
SPI111093 (forward) TATGCGATGTCTGAAC parC' quinolone resistance-
SPI11094 (reverse) GCTCAATAGCAGCTCGGAAT determining region
SPI111095 (forward) CTGACCGAAAGCTACGTCAACC parE quinolone resistance-
SPI11096 (reverse) CGTTCGGCTTGCCTTTCTTG determining region
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Methods

6.1 Bacterial growth and storage

E. coli strains were grown at 37 °C in liquid LB or MHB medium or plated out on LB agar
supplemented with appropriate antibiotics, except when stated otherwise. Liquid cultures were
incubated shaking at 200 rpm (revolutions per minute) for sufficient oxygen supply. Oxygen
permeable membranes were used for growth in microplates. Colonies on agar plates were stored
up to one month at 4 °C. For longer term storage, equal volumes of a liquid overnight culture and

50 % (v/v) glycerol were mixed and frozen at -80 °C.
6.2 Determination of the number of CFU/ml

The number of colony-forming units per ml (CFU/ml) in a culture was determined by plating.
Appropriate dilutions were prepared in an isotonic MgSO, (10 mM) solution and plated out
using sterile glass beads or an Eddy Jet spiral plater (iUL Instruments). After overnight or twice
overnight incubation, colonies were counted manually or with the Flash&Go automated colony

counter (iUL instruments).
6.3 Determination of killing curves

Survival following antibiotic treatment was determined by measuring the number of CFU/ml as
a function of treatment duration. A strain was inoculated in 5 ml MHB and grown for 24 hours.
1 ml of this culture was diluted in 100 ml of fresh medium and grown overnight (app. 16 hours).
For determination of killing curves in stationary phase, 1 ml of the 100 ml culture was incubated
for 8 hours in MHB medium supplemented with a lethal dose of the appropriate antibiotic. For
exponential phase experiments, the culture was diluted 1:100 and incubated for 2.5 hours followed
by 8 hours of antibiotic treatment. The number of CFU/ml was determined after 0, 0.5, 1, 2,
3, 5, and 8 hours of treatment by washing the samples with MgSOy, plating out the appropriate
dilution on LB agar, and incubating two times overnight. The persister fraction was calculated as

the ratio of the number of CFU/ml after treatment and the number of CFU/ml before treatment.
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6.4 Determination of minimum inhibitory concentration

The minimum inhibitory concentration (MIC) is a conventional measure for the susceptibility
of bacterial strains towards a particular antibiotic. The MIC is defined as the lowest antibiotic
concentration inhibiting visual growth of a bacterial population and was determined by the mi-
crodilution method. An overnight culture (app. 16 hours) was diluted in MHB to a cell density of
approximately 10° CFU/ml and incubated in a 96-well microplate containing a twofold antibiotic
dilution series that spanned the expected MIC of the population. Inoculum without antibiotics
was used as a positive control, while MHB without inoculum was used as a negative control. After
16-20 hours of incubation at 37 °C, growth was examined visually and quantified by measuring

the optical density at 595 nm (ODsg5 nm) With the Synergy™ Mx Microplate Reader (BioTek).

6.5 DNA manipulations

6.5.1 Plasmid isolation

Plasmid DNA was isolated using the GenElute™ HP Plasmid Miniprep Kit (Sigma-Aldrich).
1-3 ml of an overnight culture was centrifuged at 17,000 xg. Resuspension in an alkaline solution
caused cell lysis and precipitation of proteins and chromosomal DNA. After neutralization, plasmid
DNA was adsorbed to a column, followed by a washing step and elution of the DNA. For a more

detailed description of the protocol, we refer to the manual of the kit.

6.5.2 Polymerase chain reaction

The polymerase chain reaction (PCR) was performed to amplify DNA fragments in vitro in a
highly specific manner. When an improved amplification fidelity was necessary, the commonly
used Tag DNA polymerase (New England Biolabs) was replaced by Q5 DNA polymerase (New
England Biolabs), which has proofreading activity. DNA was denatured by heating the mixture
t0 95 °C Taq) or 98 °C (Q5) for 30 seconds. For the annealing phase of 30 seconds, a temperature
was chosen based on the melting temperature of the primer:template duplex, commonly between
50 and 65 °C. The duration of the elongation phase (68 °C for Tag polymerase and 72 °C for Q5
polymerase ) depended on the elongation speed of the enzyme (1 min/kb for Tag polymerase and
30 s/kb for Q5 polymerase). Approximately 30 cycli were performed. The program was initiated
by a denaturation step of 2 minutes (10 minutes for colony PCR) and completed with a final

elongation step of 10 minutes.
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6.5.3 Determination of DNA concentration

The concentration and purity of nucleic acids was determined spectrophotometrically (UV-Vis
absorbance at 260 nm, with 260:230 and 260:280 nm ratios as measures for purity) using the
NanoDrop® ND-1000 (Thermo Fischer Scientific).

6.5.4 Sanger sequencing

Sanger sequencing of PCR products was performed by GATC Biotech (Germany), for which DNA
samples (10-100 ng/ul) and primers (10 pmol/ul) were prepared in 20 ul. Sequencing results were

analyzed using the Geneious software version 7.1.7 [97].
6.6 Agarose gel electrophoresis

Gel electrophoresis was used for separation, purification, and size determination of PCR products.
0.7 % (w/v) agarose was dissolved in hot TBE buffer. Before the gel was formed by cooling the
mixture, three drops of ethidium bromide (0.625 mg/ml) were added for visualization of the DNA
under UV light. After the addition of blue juice loading buffer (1x), the samples were loaded into
the wells of the gel. The size and concentration of the fragments were estimated by comparison
to a size marker (SmartLadder, Eurogentec). A potential difference of 130 V (£ 8,6 V/cm) was
applied during 1 hour. After electrophoresis, gel bands containing the desired DNA fragments
were excised and DNA was extracted using the Wizard® SV Gel and PCR Clean-Up System
kit (Promega). For this purpose, the agarose gel containing DNA was successively dissolved at
55-60 °C, loaded onto a column membrane, washed, and eluted using appropriate buffers. For a

more detailed description of the protocol, we refer to the manual of the kit.

6.7 DNA transfer

6.7.1 Chemical transformation

Preparation of chemocompetent cells

An overnight culture of the recipient strain was diluted 1:100 in LB and incubated to exponential
phase (3 hours at 37 °C). 1 ml of this culture was cooled on ice for 10 minutes and centrifuged for
5 minutes (1,200 xg, 4 °C). After resuspension in ice-cold Tfb 1, the cells were kept on ice for 5
minutes, followed by centrifugation and resuspension in Ttb 2. Cells were kept on ice for another

10 minutes. The resulting chemocompetent cells were used immediately or stored at -80 °C.
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Transformation

Chemocompetent cells were thawed on ice for 10 minutes, followed by the addition of 2 ul (high
copy number plasmid) or 5-7 ul (low copy number plasmid) of DNA. After keeping this mixture on
ice for 15 minutes, a 42 °C heat shock was applied for 2 minutes to permeabilize the membrane,
after which cells were again kept on ice for 15 minutes. 500 ul LB was added and cells were
allowed to recover at 37 °C for 45 minutes (or 20 minutes for selection on ampicillin). Selection of
transformed colonies was performed by plating out on antibiotic-containing LB agar and overnight

incubation at 37 °C (30 °C in the case of temperature-sensitive plasmid replication).
6.7.2 Electroporation

Preparation of electrocompetent cells

An overnight culture of the recipient strain was diluted 1:100 in LB and incubated to exponential
phase (2-4 hours at 37 °C). When relevant, the expression of enzymes was induced by adding
0.2 % arabinose after 2 hours of incubation. 1.5 ml of this culture was centrifuged for 2 minutes
(10,000 xg, 0 °C). The pellet was resuspended in ice-cold MilliQQ water and centrifuged again for
2 minutes. After repeating this washing step three times, the pellet was resuspended in 60 ul

MilliQ. The resulting electrocompetent cells were used immediately.

Electroporation

1-5 pl (50-200 ng) of DNA was added to 60 ul of electrocompetent cells. After transfer of this
mixture to a sterile, ice-cold electroporation cuvette (2 mm electrode gap), an electroshock was
applied with the Gene/Pulse Controller (Bio-Rad) using a voltage of 2.5 kV, capacity of 25 uF,
and resistance of 200 Q2. The mixture was added to 1 ml LB, followed by recovery at 37 °C during
45 minutes (or 20 minutes for selection on ampicillin). Selection of successful transformants was
performed by plating out on antibiotic-containing LB agar and overnight incubation at 37 °C (30

°C in the case of temperature-sensitive plasmid replication).
6.8 Determination of pharmacodynamic functions

The pharmacodynamic function represents a mathematical relationship between the growth rate
of a bacterial strain and the concentration of a particular antibiotic. A strain was inoculated in
5 ml MHB and grown for 24 hours. 1 ml of this culture was diluted in 100 ml of fresh medium
and grown overnight (app. 16 hours). 1 ml of the 100 ml culture was then treated for 1 hour

with different antibiotic concentrations (0, 1/64, 1/32, 1/16, 1/8, 1/4, 1/2, 1, 2, 4, 8, 16, 32,
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and 64 times the MIC) either directly, or during exponential growth after 1:10,000 dilution and 2
hours of incubation. Cell densities were determined using the method described in paragraph 6.2.
Growth rates were calculated by taking the logarithm of the ratio of the cell densities after and
before treatment. By plotting the growth rates as a function of the antibiotic concentration and
fitting the Hill function as defined by Regoes et al. [188], pharmacodynamic parameters such as

the maximal and minimal growth rate, MIC, and Hill coeflicient were extracted.
6.9 Fluctuation assay

A protocol based on the Luria-Delbriick fluctuation test [142] was used to measure the rate at which
spontaneous mutations occur in a population. Starting from a small inoculum (5000 CFU/ml), 10
parallel cultures were grown separately in non-selective MHB medium. Assuming that the cultures
contained approximately equal densities after 24 hours of growth, the number of spontaneous
mutants resistant to rifampicin was then counted by plating out on rifampicin-containing (100
ug/ml) selective LB agar. Total cell densities before and after overnight growth were calculated
by plating out on non-selective LB agar. The same protocol was used to measure mutation rates
under conditions of subinhibitory antibiotic stress. To this end, the antibiotic concentration was
optimized to obtain equally high cell densities after 24 hours of growth as compared to non-stressed
cultures. The number of resistant mutants counted on selective plates (r) and the total cell density
after 24 hours of growth (IV;) were used to calculate the number of mutational events (m) and the
mutation rate with the Ma-Sandri-Sarkar Maximum Likelihood Estimator (MSS-MLE) method
using the Fluctuation AnaLysis CalculatOR (FALCOR,; [77]). When total cell densities could be
assumed equal, mutation rates were compared statistically with a Student’s ¢-test on the absolute

numbers of mutational events m [192].
6.10 Measurement of stress response promoter activity

In order to measure the activity of stress responses under different conditions, reporter plasmids
encoding transcriptional fusions of stress response promoters to gfpmut2 were transformed to the
desired strains. To this end, plasmids (pUA66 backbone) encoding the appropriate promoter
fusions and a kanamycin resistance gene were first isolated from the Thermo Scientific E. coli Pro-
moter Collection [245] by growing the clones overnight in 2x LB broth (low salt) with kanamycin
(25 pg/ml), followed by plasmid isolation as described in paragraph 6.5.1. The resulting plas-
mids, including an empty pUAG6 vector, were transformed to the desired strains as described in

paragraph 6.7.1.
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6.10.1 Population measurements

The promoter activity in the transformed strains was measured at the population level by growing
cultures in 96-well microplates with MHB containing kanamycin (25 pug/ml) and varying doses of
the appropriate antibiotics. After 24 hours of growth, the cultures were centrifuged and resus-
pended in MgSO4. ODsg5 nm and fluorescence (excitation at 488 nm, emission at 509 nm) were
measured with the Synergy™ Mx Microplate Reader (BioTek) in black, clear-bottom microplates
to avoid fluorescent signal cross-talk. For each stress response, a positive control was established
by subjecting exponential phase cultures of the reporter strains to 2 hour treatments known to

activate the respective stress responses.

6.10.2 Single-cell measurements using flow cytometry

Single-cell fluorescence of the transformed strains was measured using a BD Influx cell sorter with
488 nm excitation and emission through a 530/40 nm band pass filter. Cultures were diluted in
PBS before flow cytometry. For cell sorting, 100,000 cells were sorted in 500 pl of fresh MHB.
When persister resuscitation was to be avoided, cells were sorted in spent MHB. Highly and weakly
fluorescent subpopulations (100,000 cells) were analyzed further by plating or antibiotic treatment

when relevant.
6.11 Evolution experiments
6.11.1 Resistant mutant plate assay

The emergence of resistant colonies on agar plates was monitored by plating out 200 ul of an
overnight culture (app. 20 hours) on MHB agar containing an optimized antibiotic concentration,
and incubating the plates at 37 °C. The initial cell density was determined by plating out on
LB agar without antibiotics. The number of colonies on antibiotic-containing plates was counted
daily during 10-12 days, after which resistance was confirmed by transferring colonies to new

antibiotic-containing plates and incubating overnight.

6.11.2 Experimental evolution by serial transfer

Selection for antibiotic resistance was performed by propagating cultures under a constant selection
pressure exerted by subinhibitory antibiotic concentrations. An overnight culture (app. 16 hours)
was diluted to a cell density of approximately 10> CFU/ml and incubated in a 96-well microplate
containing a twofold antibiotic dilution series that spanned the expected MIC of the population.

After 22 hours of incubation at 37 °C, growth was quantified by measuring the OD5g5 ny, with the
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Synergy™ Mx Microplate Reader (BioTek). The culture grown in the drug concentration equal
to half the MIC was diluted and incubated again in wells containing a range of drug concentrations
spanning the expected MIC of the current population. This protocol was repeated on a daily basis
for a period of 18 days. Evolution towards resistance was evaluated as the increase of the MIC

over time.

6.11.3 Experimental evolution in a chemostat

Different strains were evolved in the chemostat, in a setup illustrated in Figure 6.1. The chemostat
vessels (21x70 mm, total volume of 14 ml) were capped with open screw caps in which silicon septa
were inserted, allowing repeated sterile sampling with a needle. MHB medium flowed from the
reservoir through sterile Tygon tubing and a sterile needle into the vessels at a constant rate,
driven by a peristaltic pump. At the same rate, spent medium and cells were washed out and
collected. The volume of the cultures remained constant (6 ml) and was determined by the height
of the needle used for effluent outflow. Atmospheric pressure was maintained in the medium
reservoirs by allowing air inflow through a sterilizing filter. An air pump with sterilizing filter was
used for culture aeration and mixing, and to generate overpressure to allow waste efflux. The risk

of contamination in this setup was evaluated by verifying the sterility of non-inoculated culture
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Figure 6.1: Experimental setup of a chemostat. Medium flows into the vessel containing the bacterial
culture, while at the same rate, spent medium and cells are washed out and collected in a receptacle.
Atmospheric pressure is maintained in the medium reservoirs by allowing air to flow in through a sterilizing
filter. Oxygen is supplied by an air pump, which also ensures continuous mixing of the culture (adapted
from [247]).

Experimental evolution was initiated by inoculating bacterial strains from overnight cultures into
the chemostat vessels to a final density of 10° CFU/ml. After 24 hours of growth, bacterial cultures
were treated on a daily basis with a bolus of antibiotics, followed by an exponential decay of the

antibiotic concentration by dilution. The rate of antibiotic decay in the vessel equals the dilution
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rate (0.231 ml/h) of the pump, as was verified by monitoring ciprofloxacin concentrations in a
vessel filled with MilliQ water. For every strain, an additional, non-treated culture was evolved
as a control. Three samples were taken daily from each culture. The first sample was taken
after one half-life period of the antibiotic, the second sample was taken when the theoretically
estimated antibiotic concentration in the vessel equaled the MIC, and the third sample was taken
24 hours after treatment, just before adding the new bolus. After washing the samples with
MgSQOy, the cell density of each sample was determined by plating out on LB agar as described
in paragraph 6.2. Cryogenic stocks of the evolving populations were stored daily. The number
of resistant mutants was followed by plating out on MHB agar supplemented with antibiotic at a
concentration corresponding to 2x or 4x the initial MIC of the strain. Additionally, the evolution
of resistance was followed with disk diffusion susceptibility assays. To this end, an inoculum with
an ODsg5 nm of 0.15-0.5 was prepared and spread out on MHB agar, after which a disk containing
the appropriate antibiotic was applied to the agar in the centre of the plate. As the antibiotic
diffused rapidly from the disk into the agar, a zone of growth inhibition appeared after overnight

incubation that was representative for the MIC of the culture.
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Results

The alarmingly fast emergence and spread of bacterial resistance towards antibiotics strongly
hampers the success of these drugs in healthcare. In addition to this widely acknowledged clinical
burden, treatment of infections is further complicated by persistence. Although both survival
strategies seem very different at first sight, it has been postulated that persistence can contribute
to the emergence of resistance. By remaining viable in the presence of antibiotics, persister cells
can accumulate mutations and constitute a reservoir of resistant mutants [126]. In addition,
many of the stress responses involved in the generation and survival of persisters can promote

evolutionary adaptation through stress-induced mutagenesis [39].

The first aim of the experimental work was to investigate the potential link between persistence
and resistance using experimental evolution under antibiotic stress. For both high and low persis-
tence mutants, the tendency to acquire resistance was compared in three different experimental
setups. In a first evolution experiment, the emergence of resistant mutants was followed during
incubation on solid growth medium. Next, strains were evolved in a serial transfer experiment
with a constant antibiotic selection pressure, and changes in their MIC values were recorded over
time. Finally, evolution of resistance was investigated in a chemostat, characterized by an in
vivo-like pharmacokinetic profile. After each evolution experiment, we attempted to identify the

resistance-conferring mutations in evolved clones.

Secondly, we sought general support for our hypothesis by looking for a correlation between

persister fractions and resistance development in a collection of naturally occurring E. coli strains.

In a third part, we focused on potential mechanisms that could underlie the correlation between
persistence and resistance. In particular, the contribution of stress-induced mutagenesis was inves-
tigated by comparing basal and stress-induced mutation rates, as well as stress response activation,

among high and low persistence mutants.

Experimental results were complemented with a theoretical model that was built in order to sim-
ulate resistance development in a continuous culture. To be able to predict population dynamics,
important model parameters including growth rates, killing rates, mutation rates, MIC values,

and Hill coefficients, were either measured directly or extracted from experimental data.
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7.1 Selection of strains and antibiotics

Recent studies pointed out various genes involved in E. coli persistence. Strains having either
mutated or deleted alleles of the corresponding genes often show notable changes in their extent
of phenotypic tolerance. Among them, a subset of F. coli strains was selected that was expected
to cover a wide range of persister levels. For strains having mutations in nuoN, gadC, oppB, and
hipA, high persister levels have been reported [160, 221]. RelA, SpoT, Lon, and TA modules play a
central role in the model of (p)ppGpp-controlled persistence described by Maisonneuve and Gerdes
[146], supported by the observation of low persister levels in ArelAspoT, Alon, and A10TA mutants
[145, 147]. RpoS has been described as an important regulator of gentamicin persistence in E. coli
[239] and ofloxacin tolerance in P. aeruginosa [162], therefore persister levels were expected to
be low in the ArpoS mutant. Moreover, the central role for RpoS in stress-induced mutagenesis
was expected to affect resistance development [181]. As the Alon and ArpoS mutants originated
from the Keio collection [12], they contained a kanamycin resistance cassette that could potentially
interfere with experiments involving selection for aminoglycoside resistance. Therefore, kanamycin
resistance cassettes were eliminated first by means of FLP recombinase expressed from pCP20.
In all experiments, observations for mutant strains were compared to those for the corresponding
isogenic wild type strain. Experimental data were collected for antibiotics representing the three
major classes of bactericidal antibiotics: aminoglycosides (amikacin), quinolones (ciprofloxacin),

and f-lactams (ampicillin, carbenicillin, and ceftazidime).
7.2 Experimental evolution of antibiotic resistance

The selected E. coli strains, consisting of both high and low persistence mutants, were tested
for their potential to develop antibiotic resistance in evolution experiments with three different
setups. Comparison of evolutionary dynamics among strains is only feasible when an equally
strong selection pressure is applied. As the susceptibility of different strains towards a particular
antibiotic may vary, antibiotic concentrations used for treatment were expressed relative to the
MIC to take into account these potential variations. Therefore, the antibiotic susceptibility of all

strains was first quantified by measuring MIC values of the different antibiotics.

7.2.1 Determination of antibiotic susceptibility

The MIC of three different antibiotics (amikacin, ciprofloxacin, and ampicillin) was determined
for 12 strains. Additionally, the MIC of two other S-lactams (carbenicillin and ceftazidime) was
measured for hipA7 and its corresponding wild type strain. The MIC values of all strain-antibiotic

combinations are listed in Table A.1 (Appendix A). For amikacin, the data revealed some vari-
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ability. For all other antibiotics, very similar MIC values were observed for wild type and mutant
strains with the same genetic background. Exceptions are Alon and hipA7, for which ciprofloxacin

has a twofold higher MIC value than for the corresponding wild type strain.

7.2.2 Experimental evolution on solid medium

Monitoring the emergence of resistance on agar plates first required optimization of the antibiotic
concentration and incubation time, in order to yield a suitable number of colonies for an accurate
comparison of resistance evolution rates. Therefore, a preliminary assay was performed with
the wild type strain MG1655. Resistant colonies appearing on MHB agar plates with different
antibiotic concentrations (2x, 4x, 8x, 16x, 32x, and 64x MIC) were counted on a daily basis until
a plateau was reached (Figure B.1, Appendix B). For each antibiotic, the optimal incubation time
was approximately 10 days, with an optimal concentration being 4x MIC for amikacin, 2x MIC

for ciprofloxacin, and 4x MIC for ampicillin.

The same plate assay was then performed for all strains with amikacin, ciprofloxacin, and ampi-
cillin using the optimized treatment conditions (Figure B.2, Appendix B). Resistance levels of all
strains were compared to those of the corresponding wild type strain. Resistance was confirmed
by transferring a few, random colonies to fresh, selective plates. As colonies on amikacin plates
often became transparent after a few days, possibly because of lysis, and mostly showed no growth

after transfer to a new selective plate, these data should be considered as rough estimations.

For the strain-antibiotic combinations shown in Figure 7.1, a positive correlation was observed
between resistance development and the persistence phenotype reported in literature. The fre-
quency of resistant mutants, defined as the resistant proportion of the initial population size, is
represented as a function of time. These data reveal a remarkably accelerated resistance develop-
ment in oppB* and hipA7 as compared to their wild type. For both strains, high persister levels
have been reported [160, 221]. In contrast, considerably less resistant mutants were encountered
for A10TA and Alon, two strains for which persister levels were described to be low [145, 147].
Together, these results indicate a positive correlation between persister levels and the emergence

of resistance in these strains.

On ampicillin plates, several colonies became surrounded by satellite colonies over time. This
phenomenon has been reported before for S-lactams and is ascribed to the enzymatic degradation
of the antibiotic by central, 3-lactamase-producing resistant colonies [153]. Indeed, central colonies
were able to grow after transfer to a fresh, selective plate, while satellite colonies were not. As
an exception, all transferred colonies of hipA7 were resistant. To avoid interference of enzymatic

drug degradation, the assay was repeated for hipA7 and its wild type with two other g-lactams,



50 Chapter 7. Results

carbenicillin and ceftazidime, known for their higher stability as compared to ampicillin (Figure

7.1).
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Figure 7.1: Frequencies of resistant mutants emerging on solid growth medium supplemented with
ciprofloxacin (CIP; 2x MIC), ampicillin (AMP; 4x MIC), carbenicillin (CAR; 4x MIC), or ceftazidime
(CEF; 4x MIC). Measurements for wild type strains are colored blue, while measurements for mutants are
colored red. The number of resistant colonies appearing over time is represented as the mean proportion
of the total population density, which was measured at the start of the experiment. Error bars indicate
the standard error of the mean (n=9). End points were compared statistically with a two-sided Student’s
t-test (x : P < 0.05; %% : P < 0.01;% % : P <0.001).

7.2.3 Validation of persistence phenotypes

For the strains that provided most evident results in the plate assays (Figure 7.1), killing dynam-
ics were monitored to validate their persistence phenotype. Time-kill curves of both exponential
and stationary phase cultures of A10TA, Alon, oppB*, and their corresponding wild types were
measured in the presence of ciprofloxacin. hipA7 and its wild type were treated with three differ-
ent (-lactams (ampicillin, carbenicillin, and ceftazidime). Only exponential phase cultures were
investigated in this case, since S-lactams mainly affect actively dividing cells. In Figure 7.2, the
number of surviving cells is plotted as a function of the antibiotic treatment time ¢. In all cases,

a biphasic killing curve (Eq. 7.1) could be fitted.

log,o(CFU/ml) = log,o((No — Py) x e Fnt 4 Py x e7F»t) (7.1)

From the best-fit killing curve, parameter values were extracted for the initial number of normal

cells (Vp), the initial number of persisters (FPp), the killing rate of normal cells (k,), and the
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Figure 7.2: Time-kill curves of A10TA, Alon, oppB*, hipA7, and their corresponding wild types in the
presence of ciprofloxacin (CIP; 5 pg/ml), ampicillin (AMP; 100 pug/ml), carbenicillin (CAR; 100 ug/ml),
or ceftazidime (CEF; 50 pg/ml). Red points represent measurements in stationary phase (solid circles
for wild type strains, open circles for mutant strains), whereas blue points were measured in exponential
phase (solid circles for wild type strains, open circles for mutant strains). Best-fit killing curves of wild
type strains are represented by solid lines, the mutant counterparts are represented by dashed lines. Mean
numbers of surviving cells are plotted, with error bars indicating the standard error of the mean (n=3).
Persister fractions of the mutant strains were compared to those of the wild type strains with two-sided
Student’s t-tests (x : P < 0.05; % : P < 0.01;% % % : P <0.001).

killing rate of persisters (k,). Wild type and mutant strains were compared statistically using a
two-sided Student’s t-test on the logarithm of the persister fractions (log,q(FPo/(No + P))) after
checking equality of variances with a two-sided F-test. When variances were found to be unequal,

a two-sided Welch’s test was executed.

Time-kill curves of A70TA reveal significantly lower persister fractions in both exponential and
stationary phase as compared to the wild type (500-fold and 12-fold reduction respectively). These
results correspond to observations of Maisonneuve et al. [147] and confirm that AI0TA can be
considered as a low persistence strain. Alon showed no significantly different survival in exponen-
tial and stationary phase as compared to its wild type, which is in contrast to the observations of
Maisonneuve et al. [147]. As expected [221], persister levels in stationary phase cultures of oppB*
were significantly higher as compared to the wild type strain (600-fold increase), while no pro-
nounced difference was observed in exponential phase. Also confirming previous observations [160],
hipA7 showed significantly increased persister levels in exponential phase when treated with three
different S-lactam antibiotics (400-fold increase for ampicillin, 160-fold increase for carbenicillin,

and 1200-fold increase for ceftazidime).
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7.2.4 Experimental evolution by serial transfer

Based on the observed correlation between persister levels and the emergence of resistant colonies
on plate, we decided to further investigate the low persistence mutant A70TA and the high per-
sistence (hip) mutants oppB* and hipA7. The evolution of antibiotic resistance in these mutants
and their wild types was followed in a serial transfer experiment. Similar to the setup of Oz et al.
[172], 4 parallel populations were evolved under a constant antibiotic selection pressure. After 22
hours of growth in a range of antibiotic concentrations, populations grown in the concentration
equal to half the MIC were transferred to fresh medium with an equal or increased concentration
range. This selection process was continued for 18 days. A10TA, oppB*, and their wild types were
evolved with ciprofloxacin, while hipA7 and its wild type were evolved with ampicillin, carbeni-
cillin, and ceftazidime. In Figure 7.3, resistance levels are represented by normalized MIC values
as a function of time. Except for A710TA and its wild type, no correlation was observed between

persister levels and resistance development.
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Figure 7.3: Evolution of resistance in serial transfer experiments with constant antibiotic selection pres-
sure (half the MIC). A10TA, oppB*, and their corresponding wild types were evolved with ciprofloxacin
(CIP), while hipA7 and its wild type was evolved with ampicillin (AMP), carbenicillin (CAR), and cef-
tazidime (CEF). Measurements for wild type strains are colored blue, while measurements for mutants
are colored red. Daily recorded MIC values are normalized with the MIC at day 0 and represented on a
log, scale. Mean values are plotted, with error bars indicating the standard error of the mean (n=4).

7.2.5 Experimental evolution in continuous culture

As resistance evolution on plate and in batch cultures simplifies many complexities of an infection

environment, strains were also evolved under biologically more relevant conditions. oppB*, A10TA,
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and their wild types were grown continuously in a chemostat for 6-10 days. A daily bolus of
ciprofloxacin was added with a peak concentration of 0.37 pg/ml (app. 46x MIC), corresponding
to the in vivo measured peak serum concentration after oral administration of a 100 mg dose [165].
Because of dilution, the antibiotic concentration in the chemostat vessels decayed exponentially,
resulting in an in vivo-like pharmacokinetic profile. The constant dilution rate (0.231 ml/h)
was tuned to obtain a ciprofloxacin half-life of 3 h, according to the serum half-life [165]. 16.5
hours after each treatment, the ciprofloxacin concentration was approximately equal to the initial
MIC value of the population. The subsequent 7.5 hours of treatment with sub-MIC antibiotic

concentrations were expected to have an important role in the evolution of resistance [9].

Total cell densities of samples taken just before each treatment, 3 hours after treatment (one half-
life period), and 16.5 hours after treatment are plotted in Figure 7.4 for the hip mutant oppB*
and its wild type (three biological replicates) and for the low persistence mutant A70TA and its
wild type. The number of resistant mutants was estimated by plating out a sample on MHB agar
plates containing ciprofloxacin (4x MIC). For oppB* and its wild type, resistance emerged in only
one replicate, after 6 treatment cycles in the case of the wild type and after 8 treatment cycles
in the case of oppB*. Resistance evolution was more evident for A70TA and its wild type, as

resistant mutants took over both populations after only two treatment cycles.
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Figure 7.4: Total cell densities and densities of resistant mutants during experimental evolution in a
chemostat. Populations were treated daily with ciprofloxacin (0.37 pg/ml). Total cell densities were
determined three times a day by plating out samples on non-selective plates, whereas resistant mutants
were quantified daily by plating out samples on ciprofloxacin-containing plates (4x MIC). For oppB* and
SX43, mean values of three biological replicates are plotted, with error bars representing the standard
error of the mean.
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7.2.6 Resistance mechanisms in evolved clones

After each evolution experiment, we investigated genetic regions prone to resistance mutations in
the evolved clones, attempting to identify mechanisms causing antibiotic resistance. To confirm
that satellite colonies on ampicillin plates indeed result from S-lactamase-producing resistant
colonies, the promoter region of the ampC gene was sequenced in three central colonies of A10TA,
BW25113, Alon, MG21, and hipA7 (Table 7.1). The ampC promoter sequence of the original
strains was determined as a control. ampC encodes a S-lactamase, but its native expression is
too weak to render F. coli ampicillin resistant. However, mutations in a set of sequence elements,
especially the -35 and -10 boxes, have been reported to affect promoter strength. The result is
an increased expression of ampC and consequently, S-lactam resistance [89]. Indeed, a T — A
transversion at position -32 was observed for a central colony of BW25113. This mutation restores
the -35 box consensus sequence, TTGACA, and has been observed before in resistant clinical
isolates [31, 89, 201, 216]. Additionally, a C — T transition at position -11 was observed for two
central colonies of hipA7. This mutation reestablishes the -10 box consensus sequence, TATAAT,
and was also observed by Jaurin et al. [89] and Corvec et al. [40]. While the optimal interbox
distance is 17 bp, it is only 16 bp in the wild type E. coli ampC promoter, also contributing to
the weak promoter strength. Not surprisingly, we observed a T insertion between position -15 and
-14 in a central colony of Alon and A10TA, and a G insertion between position -17 and -16 in
BW25113 and A10TA. Both insertions restore the optimal interbox distance. The ampC promoter
region was also sequenced in clones evolved in serial transfer experiments (Table 7.1). A C — A

transversion was detected at position +31 in the ampC attenuator of hipA7.

Similarly, we aimed to identify and compare mutations rendering ciprofloxacin resistance to clones
evolved on plate, in serial transfer experiments, and in the chemostat. In Gram-negative bacte-
ria, the DNA gyrase subunit GyrA constitutes the main target of quinolones, which explains
why resistance mutations occur first in gyrA. Resistance-conferring mutations are constrained to
a particular N-terminal region called the quinolone resistance-determining region (QRDR) and
including amino acids between positions 51 and 106 [62]. Antibiotic susceptibility can be further
reduced by additional step-wise mutations in gyrB (encoding the second subunit of DNA gyrase)
and parC or parE (encoding two subunits of DNA topoisomerase IV) [86]. We sequenced the
QRDR of gyrA and found mutations located on amino acid positions 82, 83, and 87 (Table 7.1).
In most cases, a negatively charged aspartate (D) is replaced by a neutral amino acid (either

tyrosine (Y) or glycine (G)).

In general, no notable differences in resistance mechanisms were observed between wild type and

mutant strains evolved under the same experimental conditions.
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Table 7.1: Mutations in clones evolved under ciprofloxacin or ampicillin stress in different experimental
setups. Three clones were sequenced for each strain. Clones evolved in serial transfer experiments were
taken from independent populations, while clones from chemostat experiments result from one population

Strain Evolution Sequenced Nucleotide Amino acid Number of
experiment region mutation substitution observations
BW25113 plate assay ampC promoter -32 T>A - 1
hipA7 plate assay ampC promoter -11 C>T - 1
Alon plate assay ampC promoter -15_-14insT - 1
A10TA plate assay ampC promoter -15_-14insT - 1
BW25113 plate assay ampC promoter -17_-16insG - 1
A10TA plate assay ampC promoter -17_-16insG - 1
hipA7 serial transfer  ampC promoter +31 C>A - 3
oppB* chemostat gyrA QRDR 259 G>T D87Y 3
SX43 chemostat gyrA QRDR 259 G>T D87Y 2
MG1655 chemostat gyrA QRDR 248 G>A S83N 3
A10TA chemostat gyrA QRDR 248 G>A S83N 3
oppB* plate assay gyrA QRDR 260 A>G D87G 1
SX43 plate assay gyrA QRDR 260 A>G D87G 1
SX43 plate assay gyrA QRDR 245 A>G D82G 1
MG1655 plate assay gyrA QRDR 259 G>T D87Y 1
A10TA plate assay gyrA QRDR 245 A>G D82G 1
MG1655 serial transfer  gyrA QRDR 259 G>T D87Y 2

7.3 Persistence versus resistance in environmental E. colz
isolates

Significant variation in persister fractions of environmental E. coli isolates has already been re-
ported [82, 207]. Based on these observations, the question raised as to whether this natural
variation in persistence could be linked to the potential to develop resistance. To test this idea,
we randomly selected 20 natural E. coli isolates from the ECOR collection, a panel of strains
representing the genetic diversity in the species [170]. We quantified persister levels of all strains
following ampicillin or ciprofloxacin treatment. Next, we tested their ability to develop resistance

towards both antibiotics on solid medium, and investigated the correlation with persister fractions.

7.3.1 MIC values of ECOR isolates

MIC values of all ECOR isolates are summarized in Table C.1 (Appendix C). All strains are highly
susceptible for ciprofloxacin and ampicillin, which enables a reliable comparison of persister levels.

As an exception, ECOR 59 is resistant to an ampicillin concentration of at least 32 ug/ml.

7.3.2 Persister fractions of ECOR isolates

Killing curves were determined for all strains and persister fractions were extracted as described in
paragraph 7.2.3. Exponential phase cultures were used for ampicillin treatment while ciprofloxacin

treatment was performed in stationary phase (Figure 7.5). In contrast to the conventional setup,
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Figure 7.5: Time-kill curves of 20 ECOR strains, treated with ampicillin in exponential phase (left) and
ciprofloxacin in stationary phase (right). Mean numbers of surviving cells from are plotted, with error
bars indicating the standard error of the mean (n=3).

cultures were grown in 24-well plates instead of test tubes and cell densities were determined by
spot plating. For ampicillin-treated cultures, a biphasic killing pattern was observed for all but
one strain (ECOR 59) that was resistant to ampicillin. Ciprofloxacin treatment also resulted in
biphasic killing curves, although the extent of killing was less pronounced than expected. Highly
significant differences in persister fractions were observed among the 20 isolates following both
ampicillin (0.000001-0.001; one-way analysis of variance (ANOVA) Fqy = 42.12; P < 0.0001) and
ciprofloxacin (0.02-0.34; one-way ANOVA Fyy = 9.584; P < 0.0001) treatments. There was no
statistically significant linear correlation between the MIC and persister fraction for ampicillin

(r =-0.098; P = 0.69) or ciprofloxacin (r = 0.31; P = 0.18).

7.3.3 Resistance development of ECOR isolates on solid growth medium

All cultures were plated out on MHB agar plates containing either ampicillin (4x MIC) or ci-
profloxacin (4x MIC). The emergence of resistant mutants was tracked over time as described in

paragraph 7.2.2 (Figure 7.6).
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Figure 7.6: Resistance development of 20 ECOR strains plated out on solid growth medium supplemented
with ampicillin (left) or ciprofloxacin (right) at a concentration of 4x MIC. The number of resistant colonies
appearing over time is represented as the mean proportion of the total population density, which was
measured at the start of the experiment. Error bars indicate the standard error of the mean (n=>5).
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A correlation analysis was performed on the logarithm of the persister level and the mutation
rate. The latter was defined as the number of ciprofloxacin- or ampicillin-resistant mutants that
emerged per cell as a function of time. According to the approach of Cirz et al. [35], a distinction
was made between pre-existing and de novo mutants. Pre-existing mutants were defined as the
mutants that had arisen in the overnight culture and were counted as the colonies appearing
until 2 days of incubation on plate. Based on these numbers, a pre-exposure mutation rate was
calculated. Colonies that appeared after day 2 were defined as de novo mutants and were used to
calculate a post-exposure mutation rate. The total mutation rate was calculated with the total

number of resistant mutants that appeared over time.

Correlation coefficients for persister levels, pre-exposure, post-exposure, and total mutation rates
were analyzed for each antibiotic and between different antibiotics (Figure 7.7). In general, positive
correlation coefficients were observed for parameters for the same antibiotic, whereas parameters
for different antibiotics were not or slightly negatively correlated. Persister levels and mutation
rates for the same antibiotic show a positive, but statistically insignificant correlation. As correla-
tion coefficients range from 0.2 to 0.37, we can conclude that only part of the variance in resistance

development is explained by the persister level.
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Figure 7.7: Correlation matrix of persister levels and mutation rates of 20 ECOR strains for ampicillin
(amp) and ciprofloxacin (cip). Persister levels (Pamp and Pcip), total mutation rates (Rlamp and Rlcip),
pre-exposure mutation rates (R2amp and R2cip), and post-exposure mutation rates (R3amp and R3cip)
are shown for both antibiotics. Correlations between persister levels and mutation rates for the same
antibiotic are indicated with a red frame.
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7.4 Stress responses: catalysts of adaptive mutation?

As persisters constitute a protected compartment in a bacterial population, they remain viable
when treated with antibiotics and can accumulate mutations. Although the presence of a refractory
subpopulation could be sufficient to promote the emergence of resistance, stress responses may
strongly accelerate this process [39]. Inspired by this hypothesis, we investigated the contribution
of stress-induced mutagenesis to resistance evolution in high and low persistence mutants. First,
we compared basal and stress-induced mutation rates among these strains. Next, we measured

stress response activation and explored correlations with persister levels.

7.4.1 Mutation rates of high and low persistence mutants

Luria-Delbriick fluctuation assays were performed to determine mutation rates of A10TA, Alon,
oppB*, hipA7, and their respective wild types. Basal mutation rates were measured after 24 hours
of unstressed growth, while stress-induced mutation rates were measured after a 24-hours expo-
sure to sublethal antibiotic stress. The final population density strongly influences the number of
mutations arising in a population. For this reason, sublethal stress was imposed by the highest an-
tibiotic concentration that did not alter the final population density. To define this concentration,
the ODs595 of MG1655 populations was measured after 24 hours of growth in a range of antibiotic
concentrations. We decided to conduct further experiments with a ciprofloxacin concentration of
1/8x MIC, while 1/4x MIC was still amenable for ampicillin. Corresponding to other experiments,

ciprofloxacin stress was imposed on A10TA, Alon, and oppB*, and ampicillin was used for hipA7.

Basal and stress-induced mutation rates (Figure 7.8) result from 20 parallel populations used to
determine the number of mutational events (m) and 8 parallel populations used to calculate total
cell densities. In order to compare mutation rates statistically, two-sided Student’s t-tests were

executed on m. This test is only valid when total cell densities can be assumed equal [192].

For the low persistence mutant A70TA, both mutation rates are significantly lower than those
of the wild type strain. Alon shows a higher basal mutation rate than its wild type. The hip
mutant oppB* shows no significantly different basal mutation rate, but a considerably increased
stress-induced mutation rate as compared to its wild type. Mutation rates of hipA7 and its wild
type could not be compared statistically, as the assumption of equal population densities was not

valid.
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Figure 7.8: Basal and stress-induced mutation rates measured in a Luria-Delbriick fluctuation assay. The
mutation rate is defined as the probability of mutation per cell per generation. Stress-induced mutation
rates are measured by imposing ciprofloxacin stress (1/8x MIC) on A10TA, Alon, oppB*, and their
respective wild types MG1655, BW25113, and SX43, whereas ampicillin stress (1/4x MIC) was imposed
on hipA7 and its wild type MG21. Error bars represent upper limits of confidence intervals. Mutation
rates were compared statistically using a two-sided Student’s ¢-test on the absolute number of mutations
(*: P <0.05;%% : P <0.01;% %% : P <0.001), assuming equal cell densities [192]. This assumption was
not valid for hipA7 and MG21.

7.4.2 Stress response promoter activity in high and low persistence mu-
tants

Population-level measurements

As stress responses are believed to contribute to the generation and maintenance of persisters, their
activity was compared in high and low persistence mutants. Reporter plasmids encoding fusions
of gfpmut?2 to varying stress response promoters (Table 7.2) were used to measure transcriptional
activity. As a proof of concept, exponential phase cultures of the reporter strains were subjected to
2 hour treatments known to activate the appropriate stress responses (Table 7.2). Stationary phase
conditions were used as a positive control for the general stress response. Normalized fluorescence
(fluorescence/ODsg5) of the treated cultures was calculated as a measure for the average single-cell
fluorescence, and compared to control measurements. Apparently, all promoter fusions (except

wrbA) are appropriate reporters for the corresponding stress response (Figure 7.9).

Table 7.2: Overview of selected stress response genes for promoter activity measurements. Treatments
known to activate the corresponding stress responses were used as a positive control

Stress response Genes Positive control

SOS response recA, polB, dinB, umuCD  Mitomycin C (0.25 pg/ml)
Stringent response relA, wrbA Serine hydroxamate (1 mg/ml)
Extracytoplasmic stress response rpoF 42 °C

General stress response 7p0S Stationary phase

Oxidative stress response soxS, dps Paraquat (10 M), H2O2 (5 mM)
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Figure 7.9: Positive control measurements of stress response promoter activity using transcriptional
promoter-gfpmut2 fusions. Treatments used to activate the stress responses are listed in Table 7.2. Results
are represented as log, (fold change) of the normalized fluorescence (fluorescence/ODsg5) compared to non-
treated cultures (n=3) and tested for statistical significance with a two-sided Student’s ¢-test (x : P <
0.05; %% : P < 0.01;% %% : P < 0.001). As measurements from treated and non-treated cultures are not
paired, error bars are not shown.

Subsequently, normalized fluorescence was measured for A10TA, Alon, oppB*, hipA7, and their
wild types transformed with all reporter plasmids. Measurements were taken either after 24 hours
of growth under optimal conditions or sublethal antibiotic stress, or after 19 hours of growth
followed by 5 hours of lethal antibiotic stress. Ciprofloxacin stress was imposed on A10TA, oppB*,
and their wild types, at sublethal (1/8x MIC) or lethal (625x MIC) concentrations. Ampicillin,
carbenicillin, and ceftazidime stress was imposed on hipA7 and its wild type at sublethal (1/4x
MIC) or lethal (25x MIC) concentrations. Correction for background fluorescence was performed
by subtraction of the normalized fluorescence of each strain transformed with an empty pUA66

vector. All data are summarized in Figure D.1 (Appendix D) and Figure 7.10.

In general, sublethal antibiotic stress caused a decreased promoter activity of the SOS response
genes (recA, dinB, polB, and umuCD) in the low persistence mutant A70TA and an increased
promoter activity in the hip mutants oppB* and hipA7 as compared to their wild types. Except
for polB, the same trend was observed under optimal growth conditions, although the results are
less conclusive. An inverse correlation was observed for A70TA under lethal antibiotic stress. For
hipA7, data are represented for sublethal ampicillin treatment, as carbenicillin and ceftazidime
treatment led to less consistent results (Figure D.1). Together, these data suggest a positive
correlation between persister levels and average SOS response activities under sublethal antibiotic

stress.
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Figure 7.10: Promoter activity of SOS response genes (recA, dinB, polB, and umuCD) in A10TA, oppB”,
and hipA7 under optimal growth conditions (’no stress’), sublethal, or lethal antibiotic stress. Fluorescence
results from GFP expression from transcriptional promoter-gfpmut2 fusions. Results are represented as
log, (fold change) of the mean normalized fluorescence (fluorescence/ODsgs5) of the mutant and wild type
strain, after subtraction of background fluorescence from an empty pUAG6 vector. Statistical significance
was tested with a two-sided Student’s t-test (x : P < 0.05). As measurements from wild type and mutant
strains are not paired, error bars are not shown.

Single-cell measurements using flow cytometry

In the experiments described above, stress response promoter activity was measured at the pop-
ulation level. Although these measurements are informative for average promoter activities, they
do not capture underlying population distributions of fluorescence levels. Therefore, fluorescence
of the reporter strains was measured at the single-cell level using flow cytometry. As the results of
the population-level measurements were most promising for the SOS response genes, only these re-
porter strains were tested. Again, strains were either grown for 24 hours under optimal conditions
or sublethal antibiotic stress, or grown for 19 hours followed by 5 hours of lethal antibiotic stress.
The same antibiotic doses were used as for the population measurements. All data are summa-
rized in Appendix D (Figure D.2). The population average shifts in the mutant strains largely
correspond to those observed in the population measurements. In Figure 7.11, results are depicted
for A10TA, oppB*, and their wild types under sublethal or lethal ciprofloxacin stress. According
to the population-level measurements, the average fluorescence of A710TA under sublethal stress
is shifted to lower values as compared to its wild type (except for recA), while oppB* shows higher
average fluorescence levels than its wild type for all SOS response promoters. The population-level
increase observed for A70TA under lethal stress was also confirmed at the single-cell level (except

for recA).

In addition to fluorescence distributions, the potential correlation between SOS response activation
and persister levels was investigated. 100,000 cells from the 5 % most strongly and 5 % most weakly

fluorescent subpopulation were sorted and persister levels were quantified in the sorted fractions.
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Figure 7.11: Single-cell promoter activity of SOS response genes (recA, dinB, polB, and umuCD).
Fluorescence results from GFP expression from transcriptional promoter-gfpmut2 fusions. Ciprofloxacin
stress was imposed at sublethal (1/8x MIC) or lethal (625x MIC) concentrations.

For the non-stressed and sublethally stressed populations, sorting was followed by 5 hours of lethal
antibiotic treatment and survival was tracked by plating (Figure 7.12). For the lethally stressed
populations, sorted fractions were plated out directly. Lethal treatment after sorting in fresh
MHB medium resulted in very limited survival, possibly due to persister resuscitation induced
by optimal nutrient availability (data not shown). Therefore, subpopulations of dinB, polB, and
umuCD reporter strains were sorted in spent MHB medium, preventing persisters from switching

to the normal, growing state (Figure 7.12).

Figure 7.12 does not suggest any correlation between promoter activities (fluorescence levels) and
persister fractions. Differences in survival between strains correspond to their persister fractions
determined earlier (paragraph 7.2.3). As cells killed by ciprofloxacin do not lyse, dead cells were
also sorted after lethal treatment, based on the remaining cellular GFP concentrations. In contrast,
ampicillin causes lysis of dividing cells, indicating that only intact cells were sorted. Note that
cultures were treated in stationary phase, leading to high overall survival in the case of ampicillin

treatment.
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Figure 7.12: Persister fractions measured by lethal treatment of the 5 % most strongly and 5 % most
weakly fluorescent subpopulations, either before or after sorting. For populations treated before sorting,
persister fractions were calculated by comparing cell densities with a non-treated, but sorted population.
For subpopulations treated after sorting in spent medium, persisters fractions were calculated as the ratio
of cell densities after and before treatment.

7.5 Modelling

7.5.1 Estimation of model parameters

Population dynamics in a continuous culture were simulated with a theoretical model. In order to
make realistic predictions on resistance development, some model parameters had to be estimated
from experimental data. By measuring the growth rate during a one hour treatment as a function of
the antibiotic concentration and fitting a pharmacodynamic function (see also paragraph 2.2.3),
parameters such as the maximal and minimal growth rate, Hill coefficient, and MIC could be
extracted. The growth rates in this equation are only representative for normal cells, as persisters
are not killed during the one hour treatment. The pharmacodynamic function was determined for
the strain SX43 with amikacin, assuming that the estimated parameters would be representative
for other strains and antibiotics. Both exponential and stationary phase cultures were examined

(Figure 7.13, Table 7.3).

Table 7.3: Fitted antibiotic susceptibility parameters of SX43 with amikacin ()mqer = maximal growth
rate, ¥min = minimal growth rate, MIC = minimum inhibitory concentration, x = Hill coefficient)

Parameter Stationary phase Exponential phase
Ymaz 0.136 £0.0645 (b~ 1) 0.870 £0.126 (™)
Ymin —2.1940.113 (h™1) —6.68 £0.126 (1)
MIC 13.4 £ 1.66 (ug/ml) 0.449 + 0.0483 (ug/ml)

K 6.12 1+ 1.86 1.78 £0.175
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Figure 7.13: Pharmacodynamic function of SX43 with amikacin. Dashed lines visualize the Hill function
[188] fitted on experimentally measured values, which are represented by dots. Error bars indicate the
standard error of the mean (n=2).

7.5.2 Mathematical model of resistance evolution in a continuous
culture

Complementing the experimental data, population models were built to examine the contribution
of persistence to the evolution of resistance. We set up a system of differential equations and used
it to verify whether higher persister levels enhance the emergence of de novo resistance mutations
in a chemostat culture. The model was further extended with the incorporation of stress-induced

mutagenesis, to investigate its contribution to the persistence-resistance link.

We established a model of persistence based on the first-order, linear differential equations pro-
posed by Balaban et al. [17] (see also paragraph 4.2.2; Eq. 4.2). The evolution of resistance was
considered by incorporating a third subpopulation of resistant mutants, which are generated out of
the normal and persister subpopulations by mutation. As evolution towards high-level resistance
is known to occur gradually over time, the resistant population was divided in subpopulations,
characterized by gradually increasing MIC values. We assumed that mutations occur unidirec-
tionally, with one mutation resulting in a fourfold increment of the MIC. The mutation rate was

assumed equal for every transition.

The presence of antibiotics strongly influences the growth rate of normal cells. According to the
model of Regoes et al. [188], pharmacodynamic parameters were incorporated as a Hill function
(see also paragraph 2.2.3; Eq. 2.1). In vivo as well as in an n vitro continuous culture, the daily
administration of a bolus of the drug preceeds an approximately exponential decay (Figure 7.14).
In the theoretical model, continuous growth conditions translate into an extra term describing a
decline of each subpopulation dependent on the dilution rate w. The resulting model is formulated

mathematically in Eq. 7.2.

The model described in Eq. 7.2 includes subpopulations of normal cells (nW), persisters (pW),
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Figure 7.14: Graphical representation of the antibiotic concentration profile observed in vivo and sim-
ulated in vitro in a continuous culture. A daily bolus of the drug is followed by an exponential decay.
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and resistant mutants (ng1, ngra, and ngz). To account for the effect of the total population
size on the number of mutations, nW, pW, ng1, nre, and ngsz are declared as total cell numbers
instead of population densities. In contrast to the approach of Levin and Rozen [126], the growth
rates tnw, nR1, nR2, and p,rs are dependent on the antibiotic concentration A according to Eq.
2.1, with parameters listed in Table 7.4. A gradually increasing fitness cost of resistance is taken
into account, which is reflected in the parameter values of the maximal growth rate of resistant
mutants (0.9 A=, 0.8 A=, and 0.7 h~! respectively). We further assumed that the growth rate

of persisters p,w is very small (0.00001 h~1) and invariant in the face of changing antibiotic

Ntot
K

concentrations. A logistic factor (1 — ) is added to the growth rates to guarantee that the

populations cannot grow infinitely but eventually reach the carrying capacity K. Additionally, we
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considered the fact that persister formation is often enhanced when a culture reaches stationary
phase. According to Johnson and Levin [91], the switching rate a from normal to persister cells is

proportional to (££t) to incorporate this effect.

Since we were specifically interested in the emergence of resistance by de movo mutations, we
assumed that there are no resistant mutants present at ¢ = 0 (propg = 0). However, this does
not always correspond to our own experimental observations (Figure 7.4) and could lead to a
discrepancy between our model and experimental data. In this first model, mutation resulting in
a fourfold increase of the MIC is represented by a basal mutation rate m, which has the same
value for normal cells and persisters. As m denotes a site-specific mutation rate per replication,
it is multiplied by the growth rate to obtain the overall mutation rate. However, in addition to
this growth-dependent mutation, slowly or non-growing bacterial cultures have also been shown
to yield a large number of mutations [138]. Therefore, mutagenesis of persister cells can be highly

underestimated in this model.

The differential equation system in Eq. 7.2 was solved numerically in Wolfram Mathematica v10,
using parameter values listed in Table 7.4. These parameters are largely based on the experimental
parameters used in the lab and the parameter estimations resulting from the pharmacodynamic
function. The resulting population dynamics for a wild type strain are represented in Figure
7.15. For these particular parameters, the simulation predicts a relatively rapid increase of the
proportion of resistant mutants, completely taking over the population after about 200 hours.
Next, we considered the same situation in a strain with higher persister levels, assuming that
the high persistence phenotype is lost by resistance mutations (Figure 7.15). Resistant mutants

emerge considerably faster in this population, reaching the maximum cell density after 80 hours.
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Figure 7.15: Population dynamics of normal cells, persisters and resistant mutants with gradually
increasing resistance levels in a model of a continuous culture, starting from a wild type strain (left) or a
high persistence strain (right) with parameters listed in Table 7.4.
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Levin and Rozen [126] extended their model with the incorporation of resistant persisters, sup-
porting the hypothesis that persisters provide a reservoir for resistant mutants. Although the
presence of this subpopulation might seem counterintuitive, resistant persisters can serve as an
intermediate state of persisters that have accumulated resistance mutations. We investigated how
the presence of resistant persisters affects the final outcome of our simulations. As this extra
subpopulation appeared to have a negligible effect on the dynamics of the other subpopulations

(not shown), we did not further pursue this extra complexity.

Table 7.4: Overview of the model parameters and their numerical values (hip strain = high persistence
strain)

Parameter Description Value

UnWmaz maximal growth rate of wild type strain 1h T

UnWmin minimal growth rate of wild type strain 6 ARt

HpWmaz maximal growth rate of wild type persisters 0.00001 At

HnRlmaz maximal growth rate of resistant strain 1 09 At

UnR2maz maximal growth rate of resistant strain 2 0.8 h~ !

nR3maz maximal growth rate of resistant strain 3 0.7 1

nRmin minimal growth rate of resistant strains 6 h!

MICw minimum inhibitory concentration for wild type strain 0.008 pg/ml

MICr1 minimum inhibitory concentration for resistant strain 1 0.032 ug/ml

MICgro minimum inhibitory concentration for resistant strain 2 0.128 ug/ml

MICrs minimum inhibitory concentration for resistant strain 3  0.512 ug/ml

Kw Hill coefficient of wild type strain 1

KR Hill coefficient of resistant strains 1

K carrying capacity 5 x 10°

a switching rate normal cells — persisters wild type strain: 0.00001 h~*
hip strain: 0.5 h™!

b switching rate persisters — normal cells 0.14 A1

m basal site-specific mutation rate per replication 8 x10710

Anmax antibiotic peak concentration 0.37 pg/ml

w dilution rate 0.231 B!

Pinit initial number of persisters 1

tinit total initial cell density 2 x 10°

Propr initial proportion of resistant cells 0

T max. fold increase in mutation rate wild type: 4
hip strain: 100

Sn steepness of curve wild type 4

hip strain: 4

Incorporation of stress-induced mutagenesis

Until now, we considered mutation towards resistance by taking into account a basal site-specific
mutation rate per replication, m. However, as this mutation rate is growth-based, it strongly
underestimates mutation occurring in the slowly growing persister subpopulation. Furthermore,
bacterial responses to different types of stress have been shown to increase mutation rates, thereby
serving as a potential accelerator of adaptive evolution in unfavorable environments [14]. As

proposed by Ram and Hadany [184], we modeled this stress-induced mutagenesis by making the
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mutation rate U, inversely proportional to the fitness of a cell according to Eq. 7.3. The growth
rate (1, was used as a fitness measure (Figure 7.16). Additionally, we assume no mutation in case
of a negative growth rate, which implies the presence of lethal stress.
m4+(r—1)xmxe X . >0
Un(pin) = (7.3)
0 tn <0
In Eq. 7.3, 7 represents the fold increase in mutation rate under conditions of maximal stress
(4, = 0). m is the basal mutation rate, which is the same as in Eq. 7.2 and refers to the mutation
rate under conditions of minimal stress (4, = lnmaz). S 18 a measure for the steepness of the

curve.
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Figure 7.16: Graphical representation of a model of stress-induced mutagenesis, with the mutation rate
being inversely proportional to the growth rate for positive growth rates and zero for negative growth
rates (Tn =4, s, = 4, m = 8 x 10719).

This stress-induced mutation rate was incorporated into our model by replacing m in Eq. 7.2 by
U, given by Eq. 7.3. For persisters, mutation was considered independent of the growth rate.
Using additional parameter values (7 and s,) listed in Table 7.4, a graphical representation of
the population dynamics resulting from this model is provided in Figure 7.17. Generally, the
incorporation of stress-induced mutagenesis generates surprisingly small differences with the basic
model (Figure 7.15). Varying the parameter values of 7 and s only slightly affects the outcome
(not shown). We can conclude that our model does not support stress-induced mutagenesis as a

major contributor to the correlation between persistence and resistance.
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Figure 7.17: Population dynamics of normal cells, persisters and resistant mutants in a model incor-

porating stress-induced mutagenesis, starting from a wild type strain (left) or a high persistence strain
(right). Simulations were performed with parameters listed in Table 7.4.






Chapter 8

Discussion

8.1 Experimental evolution of antibiotic resistance in high
and low persistence mutants

8.1.1 Persistence catalyzes resistance evolution on solid growth medium

Apart from some theoretical hypotheses [39, 126, 169], the contribution of persistence to resistance
evolution so far remained unexplored experimentally. By recording the emergence of resistant
colonies on solid medium, we demonstrated that resistance evolution is catalyzed by the presence
of persisters. In particular, strains characterized by high persister levels (oppB* and hipA7) not
only showed a faster emergence, but also a higher frequency of resistant mutants, while the opposite
was observed in a strain with low persister levels (A10TA) (Figure 7.1). Killing curves reveal that
between-strain differences in persister levels are maximal in stationary phase, at the moment of
plating. After one day of antibiotic exposure on solid medium, susceptible cells are killed [35]
whereas persisters are able to survive much longer. Although rates of cell division are negligible,
these viable cells remain prone to DNA damage [234]. The time of survival on plate determines

the extent of DNA damage, and therefore the number of mutations that accumulate.

Despite the clear results for oppB*, A10TA, and hipA7, the same correlation was not detected
in all tested strain-antibiotic combinations. More resistant colonies were encountered for A70TA
than for its wild type on plates with ampicillin, and the emergence of resistance was less promi-
nent in hipA7 than its wild type on plates with ciprofloxacin (Figure B.2). As we did not de-
termine persister levels with these antibiotics, these results are difficult to interpret in terms of
the persistence-resistance correlation. Furthermore, Alon exhibited slower resistance development
than its wild type whereas persister levels did not differ significantly (Figure 7.2). Despite a similar
experimental set-up, the observed persister levels of Alon do not confirm the results of Maison-
neuve et al. [147]. One explanation could be the different genetic background, as strain-specific
effects of persistence genes have been observed earlier [104, 198]. However, in other studies, Alon
mutants also not always displayed decreased persistence [199, 239]. Lon protease plays a role in
the regulation of multiple physiological processes and central stress responses [222], which could

explain the observed differences.

71
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On plates supplemented with ampicillin, hipA7 not only showed more resistant colonies than its
wild type, but also a remarkably increased emergence of satellite colonies after 5-8 days. Medaney
et al. [153] argued that this phenomenon can be attributed to the presence of persisters, which
are able to survive a period of antibiotic exposure before detoxification by S-lactamase-producing
resistant colonies takes place. For putative satellite colonies emerging on wild type plates, their
non-resistant nature was confirmed by the absence of growth when restreaked on fresh, antibiotic-
containing agar. Remarkably, suspected satellite colonies of the hipA7 mutant were still able to

grow on these plates, suggesting that they might not represent true satellite colonies.

As we wondered whether persistence also accelerates the emergence of resistance in other settings,
we built a theoretical model to simulate resistance evolution in a continuous culture. Even when
stress-induced mutagenesis is not considered, the model predicts an accelerated emergence and
spread of resistant mutants due to higher persister levels (Figure 7.15). The considerably increased

viability of persisters in the presence of lethal antibiotic doses is key to this phenomenon.

8.1.2 The contribution of persistence to resistance depends on the
treatment conditions

Inspired by our theoretical model predictions and observations on the emergence of resistance on
solid media, we verified whether similar evolutionary dynamics were encountered in other exper-
imental setups. Unexpectedly, we could not support our hypothesis with evolution experiments
involving either serial transfer or continuous growth. To understand the discrepancy between the
results of these experiments and the plate assay, experimental parameters and growth character-

istics should be considered thoroughly.
Plate assays versus serial transfer experiments

In the serial transfer experiments, strains were evolved under a constant, sublethal antibiotic
selection pressure that was adjusted to the changing MIC. Except for the slower resistance de-
velopment in A10TA, the MIC of high and low persistence strains followed similar trajectories
(Figure 7.3). The bottleneck imposed during serial transfer determines the extent of genetic drift
and therefore the chance that a beneficial mutation reaches fixation. Although the bottleneck in
our experiments (1 : 10,000) was stronger than normally advocated [228], we obtained resistance
levels that are comparable to those reported in literature [172]. In contrast to the plate assays,
in which single mutations are probably sufficient to overcome the constant antibiotic doses, the
high resistance levels obtained in serial transfer experiments probably require an accumulation of

multiple mutations.

In addition to the population bottleneck, the timing of antibiotic treatment strongly influences
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population dynamics. In the plate assay, stationary phase cultures containing relatively high
numbers of persisters were exposed to supra-MIC antibiotic doses. In contrast, small fractions
of populations evolved in serial transfer experiments were inoculated daily in fresh, antibiotic-
containing medium. Importantly, fresh medium triggers persister resuscitation [100], potentially

diminishing the effect of persistence at the moment of antibiotic exposure.

An agar plate supplemented with antibiotics represents a strongly simplified environment in which
a cell’s growth capacity is determined by the presence of resistance mutations, without being in-
fluenced by its fitness relative to other genotypes. In other words, competition does not play a role
and the time at which a resistant mutant emerges is only of minor importance. Conversely, strains
evolved in serial transfer experiments experience a much larger influence of competition. The first
beneficial mutation that provides a sufficiently high resistance level can take over the population
and define the direction of future fitness trajectories. Because of random chance associated with
this process, the direction of further genotypic changes may be constrained. Furthermore, the
fitness cost of resistance under sub-MIC conditions can explain why several resistant mutants,
although emerging rapidly in high persistence mutants, are outcompeted in a batch culture while

they would survive on plate.

Continuous culture: theoretical predictions versus experimental observations

To investigate the contribution of persistence to resistance evolution in clinically relevant settings,
we simulated an in vivo pharmacokinetic profile in a chemostat. The exponentially decaying an-
tibiotic concentration, combined with the applied peak concentration and half-life of the antibiotic,
indeed mimicked the conditions of an infection environment. While alternating periods of lethal
antibiotic treatment and antibiotic-free growth do not select for resistance [221], we expected
that the gradual decrease of the antibiotic concentration to sub-MIC levels would favor resistant

mutants in the chemostat [9].

Compared to the other evolution experiments, population dynamics in a chemostat culture are
more complex and difficult to predict due to the constantly changing antibiotic concentration. In
this light, our mathematical model is crucial to provide insight into the behavior of a population
in a continuous culture. The model predicts a similar correlation between persistence and resis-
tance evolution as observed on plate. Surprisingly, our experimental data do not support these
predictions, as resistance development was slightly delayed in a hip mutant (oppB*), and slightly
accelerated in a low persistence mutant (A10TA). Yet, it is important to note that we detected
resistance development in only one culture per strain, questioning the statistical relevance of these

observations.
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Pharmacodynamical parameters (Hill coefficient, minimal and maximal growth rate) can consti-
tute a first point of difference between the theoretical predictions and experimental observations.
The cellular physiology of bacteria in a continuously growing population neither corresponds to
exponential phase, nor to stationary phase physiology [59]. Parameter values used in the model

were measured in exponential phase, possibly resulting in deviations from the actual values.

Before each new drug bolus was added, the cultures were found to be at steady state, with a
population density equal to the carrying capacity. These conditions are characterized by nutrient
limitation, resulting in a growth rate that is identical to the low dilution rate. At the same time,
bacteria encounter low levels of antibiotic stress, as the initial bolus has been diluted to sub-
MIC values. Given that both nutrient stress [64] and antibiotic stress [46, 91, 116] can trigger
persister formation, the question arises as to when persister levels reach their maximum during a
treatment cycle. In the model, we assumed that persister formation increases with the population
density, reaching a maximum before the addition of a new bolus. Hence, between-strain variation
in persister levels in the model are maximal at the start of antibiotic treatment. As we did not
incorporate the effect of antibiotics on persister formation, persister level differences, and therefore

the actual effects of persistence, might be overestimated at this point.

The growth deficit of persister cells is considered their most obvious fitness cost. This effect
is incorporated in the model by assuming a slow growth rate. However, additional costs have
been identified. Van den Bergh et al. [221] observed drastically reduced fitness in antibiotic-
free conditions, which could not be explained by a diminished growth rate. Indeed, it has been
suggested that persistence has hidden costs such as stationary phase mortality and a lengthened
lag phase [206], which are not addressed in the model. As a consequence of these non-incorporated
costs, the fitness of hip mutants, and thus their contribution to the generation of resistant mutants,

is likely overestimated in the model.

Competition between persistence and resistance, two alternative antibiotic survival strategies,
could slow down resistance evolution in hip mutants. Possibly, the spread of resistance is limited
by the small selective advantage of a resistant mutant versus a hip mutant under our treatment
conditions, rather than by the supply rate of resistance mutations that might still be higher in
the hip mutant. This is also supported by the observation that some chemostat cultures did not
develop resistance. Simulating competition between a wild type, high persistence, and resistant
strain with a model of a continuous culture illustrates how the treatment conditions are decisive
for the evolutionary outcome (not shown). A high treatment frequency combined with a high or
intermediate peak dose results in an antibiotic concentration that is almost permanently above
the MIC, thereby selecting for resistance. When very high peak doses are encountered at a low

frequency, persistence comes out as the most favorable strategy and is thus able to slow down
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selection for resistance.

On the other hand, Vogwill et al. [226] proposed that certain environments can simultaneously
select for persistence and resistance, indicating that both strategies can be considered as com-
plementary. If true, selection for high persister levels in low persistence strains could complicate
our conclusions on the persistence-resistance correlation. Unfortunately, the increased survival
provided by resistance mechanisms interfere with an accurate measurement of persister levels,
preventing us from tracking persister levels during chemostat evolution. Hence, we cannot com-

pletely rule out selection for high persistence in strains with initially low persister levels.

Despite valuable insights provided by our population model, some imperfections of this theoretical
approach should be noted. First of all, mutagenesis was considered as a deterministic process
occurring with a fixed probability, while a model involving stochastic mutation (e.g. by simulating
a Monte Carlo process) would provide more realistic predictions. Secondly, persisters in the
model were assumed to be dormant, according to the currently established paradigm. However,
recent studies challenge this view [171, 229] and motivate another theoretical implementation of
persistence. The mutation rate of persisters, which is now growth-based, would increase in this
case, strengthening the role of persisters as an evolutionary reservoir of resistant mutants. Finally,
the availability of more experimental data would allow us to fit models onto the data and extract
parameters that cannot be measured directly, thereby enabling an even more mutual interaction

between theoretical models and experimental observations.

8.2 Persistence versus resistance in environmental FE. col:
isolates

Using mutants with drastically increased or reduced persister levels, a correlation was found be-
tween persistence and resistance development on solid growth medium. To investigate whether
these findings were confirmed in genetically diverse natural isolates, we randomly selected 20
strains from the ECOR collection and determined their MIC values, persister levels, and resis-

tance evolution in the presence of ciprofloxacin and ampicillin.

A correlation analysis suggests that persister levels are partially predictive for the rate of resistance
mutations emerging on plate (Figure 7.7). This positive correlation was however not statistically
significant. The high degree of survival detected in stationary phase cultures treated with cipro-
floxacin resulted in a smaller range of persister levels than initially anticipated. Conducting future
experiments in exponential phase is likely to extend this range and provide more statistical power
to find correlations. When treating exponential phase cultures of ECOR strains with norfloxacin,

another fluoroquinolone, Stewart and Rozen [207] indeed observed that persister levels varied over
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four orders of magnitude. In addition, increasing the number of resistant colonies by reducing
the antibiotic concentration in the agar plates could maximize the reliability of these data. Satel-
lite colonies on ampicillin plates could be circumvented by investigating other S-lactams such as

carbenicillin or ceftazidime.

8.3 The SOS response accelerates adaptive mutagenesis in
high persistence mutants

After having established a link between persistence and resistance development, we set out to
investigate the underlying mechanisms. An enhanced survival capacity may be not the only
feature of persistence that promotes resistance development. Several stress responses trigger and
enable the active maintenance of the persister state (see also paragraph 1.3.4). The same stress
responses have been shown to catalyze adaptive evolution, and can therefore provide a link between

persistence and resistance [39].

8.3.1 Sublethal ciprofloxacin concentrations promote mutagenesis

Sublethal doses of bactericidal antibiotics can effectively induce mutagenesis [76, 109, 163]. Sup-
porting this statement, sublethal ciprofloxacin doses were found to increase mutation rates in
MG1655, A10TA, SX43, and oppB* (Figure 7.8). Using a similar approach, Kohanski et al. [109]
and Nair et al. [163] noted a comparable effect of norfloxacin, also a quinolone, on E. coli and
P. aeruginosa mutation rates respectively. Conversely, ampicillin treatment of hipA7 and MG21
did not significantly affect mutation rates. An unequal impact of ciprofloxacin and ampicillin on
mutation rates can be attributed to their mode of action. By corrupting the function of DNA
gyrase, fluoroquinolones are well-known DNA-damaging agents and strong inducers of the SOS
response [128, 166, 179]. As the target of ampicillin is not directly involved in mutagenesis, the
modest impact on the mutation rate was not unexpected. However, mutagenic effects of sublethal
B-lactam levels have already been reported, resulting in similar stress-induced mutation rates as
with fluoroquinolones [76, 109, 163]. According to Gutierrez et al. [76], this S-lactam-induced
mutagenesis is executed by the error-prone polymerase PollV and regulated by the sigma factor
RpoS. Distinct experimental conditions, such as the antibiotic concentration and culture volume,

can explain why we did not observe this effect.

Both untreated and ciprofloxacin-treated cultures of Alon exhibited remarkably high mutation
rates (Figure 7.8). These findings can be attributed to increased cellular concentrations of UmuD,
a subunit of the SOS-induced error-prone polymerase PolV, in the absence of Lon. In particular,
Lon is held responsible for proteolysis of UmuD, thereby tuning cellular UmuD concentrations to

the need for error-prone DNA repair [60, 73].
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8.3.2 Persister levels correlate with stress-induced mutation rates and
SOS response activation under sublethal antibiotic stress

Remarkably, the induction of mutagenesis by sublethal ciprofloxacin doses was found to be en-
hanced in the hip mutant oppB* and diminished in the low persistence mutant A10TA (Figure 7.8).
Assuming that persisters are slowly dividing cells, the impact on the mutation rate per genome
replication is likely even higher than measured. Survival of normal cells is generally not affected
by sub-MIC antibiotic concentrations. Hence, these results strongly suggest that the ability of

persisters to survive lethal drug exposure is not the only feature catalyzing resistance.

The observed correlation between stress-induced mutation rates and persister levels suggests a
stronger induction of stress responses in hip mutants when facing antibiotic stress. By measuring
fluorescence of strains encoding promoter-gfpmut2 fusions, we investigated the transcription level
of genes involved in the stringent response, SOS response, general stress response, oxidative stress
response, and extracytoplasmic stress response (Figures 7.10, 7.11, D.1, and D.2). As the data for
the SOS response revealed a remarkable and consistent trend, we focus the discussion on these
findings. Under sublethal ciprofloxacin stress, a higher transcriptional activity of the SOS response
genes recA, dinB, polB, and umuCD was found in hip mutants, while a lower activity was detected
in low persistence strains. These differences were observed at the population level as well as at
the single-cell level. Although the population-average fluorescence shift is usually small, it was
encountered consistently in all replicate samples. The fluorescence distributions do not reveal
multimodality (Figure 7.11), indicating that the shifted average fluorescence level results from a
population-wide change rather than from a small fraction of cells deviating from the bulk of the
population. It is important to note that expression was only measured at the level of transcription,

ignoring any posttranscriptional and posttranslational regulation mechanisms.

Of all stress responses, the SOS response has the strongest mutagenic effect. Importantly, Cirz et
al. [35] provided evidence for the central role of the SOS response in the evolution of quinolone
resistance, emphasizing the impact of our results. Concisely, the bacterial response to ciprofloxacin
involves DNA damage, followed by induction of the SOS response and error-prone DNA repair
which causes adaptive mutations [202] (Figure 3.2). According to our results, high persistence

mutations enhance this process at the level of SOS induction.

To investigate if persisters experience similar levels of DNA damage and SOS induction upon lethal
antibiotic treatment, we sorted populations after lethal ciprofloxacin treatment and determined the
number of surviving persisters in subpopulations with high and low levels of SOS induction (Figure
7.12). No correlation was found between persister fractions and fluorescence levels, indicating

that persisters not necessarily undergo lower levels of DNA damage and SOS induction upon
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lethal ciprofloxacin stress. These findings support conclusions drawn by Voélzing and Brynildsen
[227], stating that persisters towards ofloxacin experience the same level of DNA damage and
SOS induction as susceptible cells, but the persistence phenotype does rely on DNA repair when
the antibiotic stress is relieved. The central role of the SOS response in persistence towards
ciprofloxacin was already suggested by Dorr et al. [46]. Yet, according to their findings, persisters
experience lower levels of DNA damage and SOS induction than the bulk of the population, as
too extensive damage compromises the survival potential. Volzing and Brynildsen [227] ascribe
this discrepancy to the fact that their measurements were performed in stationary phase, whereas

Dorr et al. [46] investigated exponential phase cultures.

To investigate if persisters correspond to cells with a high SOS induction in unstressed or sub-
lethally stressed populations, subpopulations with high and low SOS promoter activity were sorted
and the persister level of the subpopulations was determined. Single-cell expression levels of the
SOS-dependent error-prone polymerases did not correlate with persistence, indicating that high
persistence mutations cause a population-wide increase in SOS response, yet the increased persister

level does not seem to be a direct consequence.

Together, the fluctuation assays, stress response measurements, and flow cytometry experiments
suggest that sublethal ciprofloxacin levels promote both mutagenesis and the population-wide SOS
response activity in hip mutants, but an increased activity in the persister fraction does not seem
to be responsible for this phenomenon. However, as this generally increased SOS response activity
also affects the surviving persister fraction, it can be sufficient to accelerate resistance evolution.
Higher numbers of persisters in these strains even amplify this effect. Stated otherwise, antibiotic
tolerance of persisters combined with an active or even elevated SOS response in these cells is

sufficient to constitute an important evolutionary reservoir of resistant mutants.

On the other hand, an elevated population-wide SOS response activity could increase the number
of resistance-conferring mutations in all cells. Therefore, we are not sure whether persisters indeed
constitute the major pool of resistant mutants. In future experiments, it would be interesting to
monitor resistance development of a culture consisting solely of persisters. An overnight culture
could be treated with lethal antibiotic doses in order to kill all non-persisters. The resulting
persister fraction could be plated out on antibiotic-containing agar plates and the emergence of
resistant colonies could be surveyed as was done in the plate assays. However, the preceding
antibiotic treatment that is required to isolate persisters can influence adaptive evolution and

complicate comparisons with non-treated cultures.

Population dynamics predicted by our theoretical model are only slightly influenced when stress-
induced mutagenesis is incorporated. This can be attributed to a lack of known underlying mech-

anisms that can be translated properly into mathematical equations. We now used a model
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proposed by Ram and Hadany [184], in which the mutation rate is inversely proportional to the
fitness of the cells. However, as mutation rates are still expressed as the number of mutations
per cell division, the negligible growth rate of persisters in the model results in an underestima-
tion of mutations occurring in this subpopulation. We can conclude that the current model of
stress-induced mutagenesis is largely based on theoretical assumptions and definitely needs to be

supported and fine-tuned by experimental data.
8.4 Conclusion and future perspectives

This work highlights the contribution of persistence to the emergence of resistance. The presence
of persisters catalyzes the development of resistance in lab strains grown on solid medium. In
natural F. coli isolates, persistence is likely to play the same role although statistical evidence is
currently lacking. Yet, the contribution of persistence strongly depends on the growth conditions.
Evolution of resistance in serial transfer experiments is only slightly affected by altered persister
levels, probably due to the timing of antibiotic treatment and the effect of competition. Although
theoretical models suggest that persisters accelerate resistance development under in vivo-like

conditions, evolution experiments in a chemostat do not support these predictions.

The SOS response is a potential mechanism that links persistence and resistance towards ci-
profloxacin. Strains with higher persister levels show a stronger population-wide expression of
SOS-dependent error-prone polymerases, which is also reflected in their increased stress-induced
mutation rate. The SOS induction in persisters is similar to the bulk of the population. Still, high
persistence strains can show a higher adaptive potential through the increased number of surviving

persisters combined with an elevated SOS response activity in the face of antibiotic treatment.

Our findings establish several directions for future research. To provide evidence for the causal
role of SOS polymerases in the increased mutation rates and resistance evolution, mutant strains
could be generated that exhibit high persister levels but the lack genes encoding for error-prone
polymerases (dinB, polB, and umuCD). If evolution experiments and fluctuation assays with these
strains reveal a central role for these polymerases in resistance evolution, the SOS response can

be proposed as a target to counteract rapid resistance development towards quinolones.

Persistence contributes to resistance development on plate, but its impact in clinical settings
remains unclear. The chemostat constitutes a convenient tool to investigate which treatment
conditions (e.g. antibiotic peak dose, treatment frequency, etc.) cause the largest effect of altered
persister levels on resistance development. The clinical relevance of these findings could then
be explored in important pathogens and clinical isolates of chronic infections, which have been

selected in vivo for higher persister levels.
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Although we considered the spread of resistance mutations as a consequence of vertical trans-
mission, horizontal gene transfer can also play a dominant role in this process. Importantly, it
has been shown that the induction of the SOS response by fluoroquinolones promotes transfer of
mobile genetic elements [220]. Combined with our results, this can imply an even stronger effect
on the spread of resistance in high persistence mutants. Hence, a study on the contribution of
horizontal gene transfer using naturally competent strains could help unraveling the mechanisms
underlying the persistence-resistance correlation. Eventually, novel insights could underscore the
importance of anti-persister therapies, and provide new targets to prevent the emergence and

spread of resistant pathogens.
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Appendix A

MIC values of high and low
persistence mutants

Table A.1: MIC values of ciprofloxacin (CIP), ampicillin (AMP), amikacin (AMK), carbenicillin (CAR),
and ceftazidime (CEF) for high and low persistence mutants and their wild types. When different MIC
values were obtained for different replicates, the MIC is reported as a range

Strain CIP AMP AMK CAR CEF
(pg/ml) (ng/ml) (pg/ml) (pg/ml) (ug/ml)

SX43 0.008 4 2

nuoN* 0.008 4 2-4

oppB* 0.008 4 1-4

gadC* 0.008 4 2

MG21 0.008 4 2-4 16 0.5

hipA7T 0.016 4 2 16 0.5

MG1655 0.008 4 2

A10TA 0.008 4 2-4

BW25113 0.008 4 2-4

ArpoS 0.008 4 2-4

ArelAspoT 0.008 4 2-4

Alon 0.016 4 2-4
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Appendix B

Resistant mutant plate assay:
supplemental data
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Figure B.1: Optimization of antibiotic concentration and treatment period of the resistant mutant
plate assay with MG1655. The number of resistant colonies appearing over time is represented as the
mean proportion of the total population density at the start of the experiment (n=2). Agar plates were
supplemented with either amikacin, ciprofloxacin, or ampicillin at different concentrations. The selection
pressure exerted by the antibiotic is expressed as a multiple of the MIC. Error bars represent the standard
error of the mean. Note the different scale for amikacin (4x MIC), indicated on the right axis. For
ampicillin (2x MIC), the colony density was too high to distinguish single colonies.
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Appendix B. Resistant mutant plate assay: supplemental data
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Figure B.2: Frequencies of resistant mutants emerging on solid growth medium supplemented with
amikacin (4x MIC), ciprofloxacin (2x MIC), ampicillin (4x MIC), carbenicillin (4x MIC), or ceftazidime
(4x MIC). The number of resistant colonies appearing over time is represented as the mean proportion
of the total population density, which was measured at the start of the experiment. Error bars indicate
the standard error of the mean of 3 biological replicates, except for the data shown in the main text (9
biological replicates). End points were compared statistically with a two-sided Student’s ¢-test (x : P <

0.05; %% : P < 0.01;% % % : P <0.001).



Appendix C

MIC values of ECOR isolates

Table C.1: MIC values of ciprofloxacin and ampicillin for strains of the ECOR collection

Strain CIP AMP
(1g/ml) (1g/ml)

ECOR 1 0.008 4
ECOR 8 0.001 2
ECOR 15 0.008 4
ECOR 16 0.008 4
ECOR 21 0.008 2
ECOR 26 0.016 8
ECOR 30 0.016 8
ECOR 36 0.008 8
ECOR 37 0.008 4
ECOR 41 0.008 4
ECOR 42 0.002 4
ECOR 43 0.004 4
ECOR 47 0.008 4
ECOR 49 0.004 8
ECOR 51 0.008 4
ECOR 57 0.008 8
ECOR 58 0.008 8
ECOR 59 0.016 >32
ECOR 65 0.016 4
ECOR 70 0.008 8
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Stress response promoter act

supplemental data
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104 Appendix D. Stress response promoter activity: supplemental data
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Figure D.1: Promoter activity of stress response genes in different strains under optimal growth con-
ditions (‘no stress’), sublethal, or lethal antibiotic stress. Normalized fluorescence (fluorescence/ODsgs)
results from GFP expression from transcriptional promoter-gfpmut2 fusions. Results are represented as
logz(fold change) of the normalized fluorescence of the mutant strain to the wild type strain, after sub-
traction of background fluorescence from an empty pUA66 vector.
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Figure D.2: Single-cell promoter activity of SOS response genes (recA, dinB, polB, and umuCD). Fluo-
rescence results from GFP expression from transcriptional promoter-gfpmut2 fusions. Ciprofloxacin stress
was imposed on AI0TA, oppB*, and their wild types, at sublethal (1/8x MIC) or lethal (625x MIC)

concentrations. Ampicillin stress was imposed on hipA7 and its wild type, at sublethal (1/4x MIC) or
lethal (25x MIC) concentrations.






Summary in layman’s terms

The discovery of antibiotics was a milestone in medical history. Unfortunately, the introduction of
any new antibiotic is accompanied with the emergence of bacteria that are resistant to the drug.
When treated with antibiotics, resistant bacteria are not killed but keep on growing. Increasing
numbers of infected patients cannot be treated properly because the disease-causing bacterium is
resistant to all available antibiotics. On the other hand, several infections do not harbor resistant
bacteria but are still difficult to treat. These chronic infections, of which tuberculosis is a prime
example, are attributed to the presence of small numbers of persisters. Persisters are dormant
bacteria that able to survive antibiotic treatment, even though they are genetically identical to
the drug-susceptible cells. When the antibiotic is removed, persisters can re-initiate growth and

cause a relapse of the disease.

In addition to the complication of antibiotic therapy, a recent hypothesis states that persisters
can accelerate the emergence of resistance. We tested this hypothesis by simulating the evolution
of resistance in the lab. When we evolved strains under simplified antibiotic treatment conditions,
we indeed observed a faster emergence of resistance when more persisters were present. However,
this trend was not observed under conditions that mimick daily treatment of an infected patient,
indicating that the contribution of persistence to resistance largely depends on the treatment

conditions.

Bacteria have various defense mechanisms to cope with environmental stress. Persister formation
is supposed to rely on the same mechanisms. We found that these mechanisms are indeed more
active in strains with high persister levels, but the activity in persisters did not seem to differ
from the rest of the population. Remarkably, a higher activity of these defense mechanisms
was associated with a higher rate of resistant cells emerging in the population. These results
suggest that the mechanisms that are involved in persister formation can govern the acceleration

of resistance development.

This work contributes to a better understanding of the role of persistence in the emergence and
spread of resistant pathogens. The identification of mechanisms underlying this threatening phe-

nomenon offers new targets and opportunities to combat infectious diseases.
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