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Abstract

Mass production and use of antibiotics has led to the rise of resistant bacteria, a problem
possibly exacerbated by inappropriate and non-optimal application. Antibiotic treatment
often follows fixed-dose regimens, with a standard dose of antibiotic administered equally
spaced in time. But are such fixed-dose regimens optimal or can alternative regimens be
designed to increase efficacy? Yet, few mathematical models have aimed to identify optimal
treatments based on biological data of infections inside a living host. In addition, assump-
tions to make the mathematical models analytically tractable limit the search space of possi-
ble treatment regimens (e.g. to fixed-dose treatments). Here, we aimed to address these
limitations by using experiments in a Galleria mellonella (insect) model of bacterial infection,
to create a fully parametrised mathematical model of a systemic Vibrio infection. We suc-
cessfully validated this model with biological experiments, including treatments unseen by
the mathematical model. Then, by applying artificial intelligence, this model was used to
determine optimal antibiotic dosage regimens to treat the host to maximise survival while
minimising total antibiotic used. As expected, host survival increased as total quantity of
antibiotic applied during the course of treatment increased. However, many of the optimal
regimens tended to follow a large initial ‘loading’ dose followed by doses of incremental
reductions in antibiotic quantity (dose ‘tapering’). Moreover, application of the entire antibi-
otic in a single dose at the start of treatment was never optimal, except when the total quan-
tity of antibiotic was very low. Importantly, the range of optimal regimens identified was
broad enough to allow the antibiotic prescriber to choose a regimen based on additional cri-
teria or preferences. Our findings demonstrate the utility of an insect host to model antibiotic
therapies in vivo and the approach lays a foundation for future regimen optimisation for
patient and societal benefits.
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Author summary

Research into optimal antibiotic use to improve efficacy is far behind that of cancer care,
where personalised treatment is common. The integration of mathematical models with
biological observations offers hope to optimise antibiotic use, and in this present study an
in vivo insect model of systemic Vibrio infection was used for the first time to determine
critical model parameters for optimal antibiotic treatment. By this approach, the optimal
regimens tended to result from a large initial ‘loading’ dose followed by subsequent doses
of incremental reductions in antibiotic quantity (dose ‘tapering’). The approach and find-
ings of this study opens a new avenue towards optimal application of our precious antibi-
otic arsenal and may lead to more effective treatment regimens for patients, thus reducing
the health and economic burdens associated with bacterial infections. Importantly, it can
be argued that until we understand how to use a single antibiotic optimally, it is unlikely
we will identify optimal ways to use multiple antibiotics simultaneously.

Introduction

The increased availability of antibiotics has led to the overuse, and often inappropriate use, of
these substances. This has resulted in bacterial diseases such as gonorrhoea, sepsis and tuber-
culosis becoming increasingly difficult to treat due to the emergence of multi-drug resistant
strains [1-5]. Resistant bacteria pose significant health and economic burdens that has necessi-
tated research into preventing their spread in attempts to prolong antibiotic effectiveness.
Unfortunately, research indicates that the fight against antibiotic resistance will not be won by
simply restricting when antibiotics are prescribed, therefore we must consider how they are
prescribed [6-8].

Bacterial antibiotic resistance is not only of great concern for human patients, but it also
has a significant impact in agriculture [9], aquaculture [10-11], horticulture [12], and the natu-
ral environment [13]. With the growth of the human population and the increased demand
for animal protein in particular, the use of antibiotics in food production continues to increase
[14]. Antibiotics are used extensively in these industries to treat infections and prevent dis-
eases. Due to the importance of antibiotics for human and animal health, many countries have
tight legislation surrounding the use of antibiotics within livestock production [15]; however,
enforcement of such legislation still represents a major challenge in some territories.

The ‘prudent’ use of antibiotics has long been recommended as a way to slow the spread of
antibiotic resistance [16]. However, for this to be fully effective, the treatment regimens under
which they are administered should be optimal. Optimal antibiotic treatment strategies using a
single antibiotic consist primarily of two variables: the dose and the duration of treatment. For
most antibiotics, the drug developer identifies a treatment regimen which then is implemented
by clinicians and veterinary surgeons when prescribing these antibiotics [17]. Conventional
treatment regimens usually consist of a fixed dose administered typically equally split in time
for a specified duration, e.g. 100 mg (or one tablet) given once per day for 7 days. Pharmacoki-
netics and pharmacodynamics studies of target populations are used to determine the dose
and duration for these treatment regimens. However, one limitation of this approach is that it
only provides information for the regimen being analysed and offers no indication for other
potential regimens [18]. While these fixed-dose treatment regimens may be effective, they may
not be the optimal dose or duration at which to administer the antibiotic most efficaciously or
to prevent the emergence and spread of resistance [19].
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The use of mathematical modelling in disease modelling and antibiotic resistance research
has grown considerably over the past few decades and is now an invaluable tool [20]. Despite
this, there is still little consensus on how individual antibiotic dosage regimens should be
applied. D’Agata et al. [21] examined a series of models that included an immune response
and a constant concentration of antibiotic (when present). These authors concluded that one
of the most important factors was the early initiation of antibiotic treatment; however, they
also argued that shorter antibiotic treatment durations resulted in the survival and selection of
resistant strains [21]. Geli et al. [22] incorporated pharmacodynamics into their mathematical
model by considering the antibiotic-induced death rate to be a function of the concentration
of antibiotic present, although the concentration was modelled as a (non-dynamic) step func-
tion. These authors found that all antibiotic use increased the selection of resistance, regardless
of the treatment regimen, although this was minimised for shorter durations of treatment,
which also saw the time with symptoms decrease [22]. Ankomah and Levin [23] addressed the
issue of a constant concentration of antibiotic by assuming that when antibiotics were not
added to the system the concentration of antibiotic declined exponentially. They showed that
under most conditions, high dose therapy is more effective than more moderate dosing to
clear the infection and decrease the likelihood of emergence of antibiotic resistance; although
these authors acknowledge that antibiotics can produce unwanted side-effects at greater con-
centrations [23]. Gjini and Brito [24] investigated the concept of adaptive treatments, whereby
treatments are linked to bacterial load, further demonstrating that classical treatments (fixed
dose and duration) are sub-optimal [24].

Given the increasing number of studies aiming to optimise antibiotic dosage regimens,
advanced computational search algorithms, such as Genetic Algorithms (GA) [25], are signifi-
cantly under-utilised in this field. This is in contrast to areas such as cancer chemotherapy
where such approaches have been used for more than a decade [26-27]. GAs, which are a form
of Evolutionary algorithms, allow a much wider search space to be studied and allows the
relaxation of assumptions such as constant concentration of antibiotics, or fixed daily doses.
They are also adept for studying multi-objective optimisation problems, where the quality of a
solution is defined by its performance in relation to several, often conflicting, objectives. Most
real-world optimisation problems are multi-objective. However, they are traditionally trans-
formed into a single-objective function, by means of a weighted sum of sub-functions, in order
to make optimisation tractable. This approach suffers from a number of drawbacks; it assumes
that we can capture preferences (weights), even before knowing the possible range of feasible
solutions; and that these preferences remain static. Evolutionary algorithms have proven suc-
cessful in finding high-quality solutions in high-dimensional spaces with difficult features such
as constraints and discontinuities, and are currently the state of the art in many multi-objective
optimisation problems [28].

Paterson etal. [29] was first to apply a GA to antibiotic dosing, allowing the size of each
individual dose within a treatment regimen to vary. These authors found that tapering the
antibiotic dosages, with a high first dose followed by subsequent decreasing doses, maximised
the survival rate of hosts. Khan and Imran [30] confirmed these findings in a similar model,
taking an optimal control theory approach. A second study using a GA [31] investigated a
model of granulomas in a Mycobacterium tuberculosis infection, identifying the dose size and
the dosing frequency to eradicate the bacteria quickly while keeping individual antibiotic dos-
ages low.

Many of these previous studies are built around theoretical systems, with arbitrarily created
parameter sets. There is little to no evidence at present whether these proposed treatment regi-
mens will remain optimal inside an infected living host. Furthermore, there are very few
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mathematical models of antibiotic treatment systems that have been parameterised using bio-
logical data, and even the majority of these rely on in vitro studies [32-35].

There are two primary aims for this present study: firstly, to create and parameterise a
mathematical model using host survival data from biological experiments in an infected living
organism that can be treated with antibiotics; this mathematical model will be tested and vali-
dated by a set of follow up biological experiments. Secondly, the GA will be applied to this vali-
dated model to derive optimal treatment regimens, initially with the objective of maximising
host survival and, subsequently, maximising host survival while minimising the total amount
of antibiotic used. Due to the novel approach, which combines in vivo experiments with math-
ematical modelling and artificial intelligence, we consider only a scenario encompassing a sin-
gle antibiotic used against only a single strain, and the inclusion of multiple strains of varying
susceptibility to the antibiotic is reserved for future study.

Animal models such as mice and rats are used in infection and treatment studies typically
as a surrogate for humans, but despite the importance of such in vivo experiments there is a
strong movement to reduce the number of vertebrates used in experimentation. Thus, less sen-
tient alternative hosts such as insects are used increasingly for in vivo studies due to their
greater ethical acceptance and low cost. In particular, the larva of the greater wax moth Galleria
mellonella has become a popular choice amongst infection researchers and it has also been
used successfully to assess the efficacy of antibiotic therapy in vivo [36-37]. Therefore, this
insect host offers the ability to assess the in vivo efficacy of different antibiotic regimens against
systemic bacterial infections. In earlier work, G. mellonella was demonstrated to be a suitable
alternative host for studying the virulence of Vibrio anguillarum, an opportunistic bacterial
pathogen of fish that causes sepsis in the host [38]. Virulent isolates of V. anguillarum can rep-
licate inside the insect but antibiotics to which the bacterium is susceptible can be adminis-
tered to save the host from a lethal inoculum of bacteria [38]. Notably, V. anguillarum was
recently reported to be responsible for a lethal human infection [39]. Therefore, this host-
pathogen system was selected for application in the present study as a model of systemic Vibrio
infection.

Methods
Biological experiments

Reagents, culture media and antibiotics. All chemicals and reagents were purchased
from Sigma-Aldrich Ltd (Gillingham, UK) unless stated. All solutions were made with distilled
water. Phosphate-buffered saline (PBS) was prepared according to Desbois and Coote [36].
Bacteria were cultured routinely on 1.5% (w/v) NaCl-supplemented tryptone soy agar (TSA;
Oxoid, Basingstoke, UK) and broth (TSB; Oxoid), while Mueller-Hinton broth (MHB; Oxoid)
supplemented with 2% (w/v) NaCl was used for minimum inhibitory concentration (MIC)
determinations. Water, PBS and culture media were sterilised by autoclaving at 121°C for 15
min. Tetracycline hydrochloride (TET) was dissolved in distilled water, filter-sterilised (0.22 p
polyethersulfone; Millipore, Watford, UK) and then diluted to required concentration in PBS.
Fresh stocks of TET were prepared daily.

Bacteria. V. anguillarum serotype Ol isolate Vib 79 (LMG 12101) [40] was kept routinely
at -70°Cin 15% (v/v) glycerol. Before use, bacteria were recovered initially onto agar, incu-
bated at 22°C for 48 h, and then single colonies inoculated into broth. Cultures were incubated
(22°C; 150 rpm; 12 h) until mid- to late-exponential phase and then bacterial cells were har-
vested by centrifugation (2700 x g; 15 min; 4°C). The cell pellet was washed by resuspension in
PBS, centrifuged as before, re-suspended again in PBS, and then cell density determined by
measuring absorbance at 600 nm (Agq). Bacterial suspensions were diluted with PBS to 1x107
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CFU/mL, and all inoculums were serially diluted in PBS in quadruplicate and plated on TSA
to confirm cell density.

Insects. G. mellonella larvae in their final instar stage were purchased (approximately 220
mg each; UK Waxworms Ltd, Sheffield, UK), stored in the dark at4°C, and used within 14
days. A 50-uL Hamilton syringe (Sigma-Aldrich Ltd) was used for all injections of bacterial
suspension, TET solution or PBS.

In vitro minimum inhibitory concentration. To identify a suitable TET dose to adminis-
ter to infected G. mellonella larvae in an attempt to rescue them from a lethal inoculum of V.
anguillarum, minimum inhibitory concentrations were determined according to a method
modified from the Clinical and Laboratory Standards Institute standard [CLSI; 41]. Briefly, the
wells in the last column of a flat-bottomed polystyrene 96-well microtitre plate (Sarstedt, Nim-
brecht, Germany) were dispensed with 100 L MHB containing antibiotic at double the great-
est desired concentration for the assay. Two-fold dilutions were performed across the plate in
fresh MHB and the final column contained just 100 uL MHB (no antibiotic control). Then,

5 uL of V. anguillarum suspension at 1x10” CFU/mL was added to each well of duplicate rows
on the plate. Microtitre plates were incubated (22°C; 180 rpm; 24h) and then the wells were
examined by eye for growth. The MIC was recorded to be the lowest concentration of antibi-
otic at which no turbidity is observed.

Antibiotic treatment experiments. All experiments were completed in triplicate using
larvae from different batches. Initial antibiotic experiments used groups containing 15 larvae
(total n = 45) while model validation experiments used groups of 30 larvae (total n = 90). First,
10 pL of bacterial suspension was injected into larvae via the last left proleg before treatment at
2h, 24 h and 48 h with 10 uL of TET solution, diluted to various concentrations in PBS,
according to a published protocol [36]. The syringe was cleaned between experiments and
treatment groups with consecutive washes of 1% (w/v) sodium hypochlorite, 70% ethanol and
sterile water. A positive control group was injected with bacterial suspension, and PBS only
instead of antibiotic. Three negative control groups were always prepared: one group that
underwent no manipulation to control for background larval mortality (no manipulation con-
trol), a second group (uninfected control) that was injected with PBS only at initial challenge
and all treatment time points, and a third group which assessed for the toxicity of the TET
treatment by inoculation with the greatest antibiotic concentration used at each time point.
There was never more than one death per control group per experiment. Larvae were stored in
Petri dishes in the dark at 15°C for up to 192 h. Larvae were inspected every 24 h so that per-
centage survival could be calculated for each group; larvae were considered dead if they did
not move after being touched with a sterile inoculation loop. This process was further refined
for the model validation experiments when larvae were examined for movement under an
Olympus VMZ 1x 4x VM stereo microscope (Tokyo, Japan).

Half-life of tetracycline. Inhibition of V. anguillarum growth by wax moth haemolymph
spiked with TET was examined in vitro by disk diffusion assay to determine the relationship
between TET concentration in haemolymph and the diameter of a growth inhibition zone. A
single colony of V. anguillarum was added to 2 mL of PBS and vortexed for 30 s to suspend the
bacteria. Bacterial lawns were prepared on 1.5% (w/v) NaCl-supplemented TSA plates by
spreading 50 pL of bacterial suspension across the agar surface with a sterile cotton wool swab
before drying for 1 h at room temperature. The haemolymph (ca. 5-20 pL from each animal)
from 15 unmanipulated larvae was harvested according to McMillan et al. [38] and pooled in a
bijou bottle on ice. Aliquots of haemolymph were prepared on ice to contain concentrations of
TET between 0.625 mg/L and 40 mg/L, as described in MIC method (above). Then, 20 pL of
each TET dilution was pipetted onto separate sterile antibiotic assay disks (Whatman 6 mm;
GE Healthcare Life Sciences, Little Chalfont, UK). Once dry, the disks were placed onto the
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agar plates that had been inoculated with V. anguillarum, and then incubated (22°C; 24h).
Then the diameters of the zones of inhibition were measured with calipers. This experiment
was completed in triplicate. To estimate the decay rate of TET in vivo, half-life experiments
were completed in wax moth larvae. TET was inoculated into wax moth larvae at 5 mg/kg.
Haemolymph was harvested from larvae at 0.25h,0.5h,1h,1.5h,2h,4h,6h, 8 h, 24 hand
30 h, then transferred onto antibiotic assay discs and tested for growth inhibition as described
above. This experiment was performed in triplicate and larvae injected with PBS only were
included as a negative control.

Mathematical modelling

From here on in, for simplicity, we refer to G. mellonella larvae as the ‘host’, V. anguillarum as
the ‘bacteria’ and TET as the ‘antibiotic’.

Bacteria. We assumed the bacteria population, with density given by B(?), is identical in
terms of its antibiotic sensitivity-by which we mean the concentration of antibiotic required to
kill off the population. The two actions in this model were: (i) replication, creating new bacterial
cells, with rate R,, increasing the bacterial population; and (ii) the death of bacterial cells, R_,
due to either the host immune system or by the antibiotic, reducing the bacterial population.
For the bacterial population, the replication process was modelled by an exponential growth
term (we initially tried a logistic growth function, but upon initial parameterising the model the
carrying capacity was estimated to be 10'%, which is considerably in excess of the bacterial load
of 10° at which the host tends die [38]). The death rate due to the immune system was modelled
by a saturating function, and the death rate due to the antibiotic was modelled by a sigmoidal
function, where A is the quantity of antibiotic present to act against the bacterium causing the
infection [28, 33-34]. The functional forms of these are given below in Eq (1):

Replication

~= BA*

R, = rB R =mB +-2 (1)
+ ~— Ak L ak
Immune 2

AB induced

The number of bacteria was modelled using a Markov chain approach, specifically the Gil-
lespie Algorithm [42] (described below). Due to the high population size of bacteria, up to 10°,
the standard Gillespie Algorithm would have a high run-time (as the time between each indi-
vidual event would be close to zero). Hence, we took an approximation of the Gillespie Algo-
rithm, known as Tau-leaping [43]. Following preliminary runs of the mathematical model, we
settled on a fixed time step of 7 =0.25 (15 minutes), and updated the number of bacteria using

Eq(2)
B(t+1) = B(t) + P(tR,(t)) — P(<R (t)) (2)

where P(7x(t)) is a Poisson distributed random variable with mean 7x(¢). Initially, the bacteria
population was B(0) = 10°, matching the biological experiments. To model host heterogeneity,
for each run of the mathematical model, r and m were drawn from a normal distribution with
means r, and m,, respectively, and a shared standard deviation v, i.e. r~N(r,,v) and m~N(m,,

V).

Antibiotic
The antibiotic concentration was based on a standard pharmacokinetic / pharmacodynamics

(PK/PD) approach, where A is the quantity of antibiotic present to act against the bacterium
causing the infection, and a is the decay rate of the antibiotic. We modelled this using the
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commonly taken approach [44], with equations shown in (3):
At + 1) = A(t) + P(taA(t)) (3)

As the time t passed a dosage time point, t; = 2h, 24h, 48h, the next dose of antibiotic, d;, was
applied to the system. Initially, we assumed there was no antibiotic in the host, so A(0) = 0.

As this was a stochastic model, the behaviour of the antibiotic and bacteria population size
changed with each run. For this reason, we carried out 5000 runs of the model, and counted the
number of runs where treatment was a ‘success: a model run was a ‘success’ if the host survived
to 192 h, as measured by the bacterial population size staying below a threshold, i.e. B(f)<B.q4
for all t€[0,192]; whereas a model run was a ‘failure’ if the host died, if the bacterial population
exceeded the threshold, i.e. B(t)> B .4 for any t€[0,192]. McMillan et al (2015) found in their
experiments that the host (the larvae) died when the bacterial densities reached approximately 10°
[38]; this provides a value for the ‘death threshold” By, of 10°. The success of an antibiotic treat-
ment was then measured by the fraction of runs where the host survived to 192 h, denoted N,

The parameter definitions are given in Table 1.

Computational Optimisation

Genetic Algorithms (GA) were proposed by John Holland in the early 1970s [25]. They belong
to the larger class of evolutionary algorithms, which generate solutions to optimisation prob-
lems using techniques inspired by natural evolution, such as inheritance, mutation, selection
and crossover [45]. GAs have previously been used to generate treatment schedules for chemo-
therapy of cancer patients [26-27], but have rarely been used in antibiotic therapy [29,31].
Despite being a randomised search GAs are by no means random, instead they use historical
information to direct the search into the region of better performance within the search space.
Here, the GA was used for two purposes:

Parameterisation. To parametrise the mathematical model, we used the GA to find a set
of parameters that allowed the model to best match the biological data. The GA generated sets
of parameter values for r,, v, m,, n, a, a,, a, and k, represented by a vector of real numbers. For
each set, the GA ran the mathematical model 5000 times, and computed how well the mathe-
matical model fitted the data, as measured by a least squares approach calculating the differ-
ence between host survival rates at each 24-h interval from the mathematical model and the
biological experiments; the fit is denoted by the function F,,, and is given in (5):

3

F = Z Z (B(24T) — Di,24T)2 + Z Z (B(24T) — Dj.24T)2 (5)

=1 T=0: =1 T=0:

No AB data AB data

Table 1. Parameter definitions. The parameter values were those found during the optimisation process in the
Results section.

Parameter Definition Value
Ty Average Replication rate of bacteria 0.4779
m, Co-efficient for the host immune response 0.6772
n Hill co-efficient in the immune response 0.9193
v Standard deviation for host heterogeneity 0.0525
a, Maximum kill rate of antibiotic 0.7281
a Level of antibiotic giving half max kill rate 0.1910
k Hill co-efficient in AB induced death. 2.9821
a Decay rate of antibiotic (half-life = 5.9hrs) 0.1174
Biead Bacterial load at which the host dies [38] 10°

https://doi.org/10.1371/journal.pcbi.1008037 1001
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Table 2. Host survival at the end of each 24-h interval for different ‘fixed dose’ treatments, i.e. 0.9 mg either administered as a single dose, or split equally over 2
days, or split equally over 3 days (n = 45). PBS = phosphate-buffered saline; Vib 79 = V. anguillarum (bacterium).

group

unmanipulated
PBS only
antibiotics only
positive control
0.9 mg

0.9 mg

0.9 mg

infected
Oh

PBS
PBS
Vib 79
Vib 79
Vib 79
Vib 79

treatment (mg/kg) Host survival (proportion of host alive at each measure)
2h 24h 48h 24h 48h 72h 96h 120h 144h 168h 192h
- 1 1 1 1 1 1 1 1
PBS PBS PBS 1 1 1 1 1 1 1 1
0.9 0.45 0.3 1 1 1 1 1 1 1 1
PBS PBS PBS 1 0.02 0 0 0 0 0 0
0.9 PBS PBS 1 1.00 0.98 0.82 0.69 0.62 0.53 0.53
0.45 0.45 PBS 1 1.00 0.89 0.78 0.67 0.58 0.42 0.38
0.3 0.3 0.3 1 0.96 0.44 0.27 0.13 0.09 0.04 0.04

https://doi.org/10.1371/journal.pcbi.1008037.t002

The first term compared the model to the data in McMIllan et al. [38], summarised in the
Supporting Information (S1 Table), where hosts were infected but not treated with antibiotic,
and host survival data measured at 24-h intervals from 0 h to 120 h. The second term com-
pared the mathematical model to the biological data from Table 2, where hosts were infected
and treated with antibiotic, and host survival measured at 24-h intervals from 0 h to 192 h.

Optimising dosage regimens. Antibiotic regimens are represented by dosage vectors (d;,
dy, ds,. . .), where d; denotes the quantity of antibiotic (measured in mg) to be given at time ;.
The GA aimed to find the optimal dosage vector that minimised our objective function, which
comprised of up to two components: first, to maximise the number of runs of the mathemati-
cal model where the host survived the infection, i.e. B(t)<Bg.q for all t, denoted Ny,,,.; second,
to minimise the total amount of antibiotic used, as measured by the sum of the entries in the
dosage vector, ¥,d;. In addition, we had constraints: ¥,4;<0.9 mg, where 0<d,;<0.9 (except for
the final section in the results, ‘(iv) Maximise survival vs. minimise total antibiotic’, where we
increased the total quantity of antibiotic). For each regimen, the GA ran the mathematical
model 5000 times, with a population size of 50 potential solutions (dosage vectors), for 80 gen-
erations and the whole process was repeated 50 times. At the end of the complete GA run, we
produced 50 sets (one from each GA run), each containing 50 possible solutions (dosage vec-
tors). The run lengths, generations and population sizes were arrived at from prior calibration
of the configuration that confirmed that minimal further improvement in performance was
gained by increasing these values.

Results
Initial antibiotic experiments

Initially the larvae hosts were treated with 0.9 mg of tetracycline, split into fixed dosages at
24-h intervals, either: all 0.9 mg in one dose at 2 h; split into two equal doses of 0.45 mg each at
2 h and 24 h; split into three equal doses of 0.3 mg each at 2 h, 24 h and 48 h. The survival rates
of the larvae are shown in Table 2.

Half-life experiments. To gain a more accurate estimate for the decay rate of the antibi-
otic (TET), the concentration of antibiotic activity in the haemolymph was measured over
time (Fig 1, with exact values in Supporting Information (S2 Table). Fitting a curve to these
data, along with the 95% confidence intervals, provided an estimation of the half-life of TET to
be approximately 5.89 h, with a confidence interval of 3.72-9.26 h, which is in accordance with
previous biological estimates [46]. This provided an appropriate interval for the decay rate of
the antibiotic, a. (Following subsequent application of the GA, a half-life of 5.90 h was settled
upon.)
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Fig 1. Decay rate of the antibiotic (TET) over time in G. mellonella host. Biological data of the decay rate of the
antibiotic over time in G. mellonella (red points); and fitted curves for the experimental data (black lines) and the
estimate for the half-life of the antibiotic (blue lines). The black and blue dotted lines represent the respective 95%
confidence intervals.

https://doi.org/10.1371/journal.pchi.1008037.g001

Parameterisation of the mathematical model

The survival rates in Table 3, and the survival rates from McMillan et al. [38] summarised
in Supporting Information (S1 Table), were used to parameterize r,, v, m,, n a, a,, a, and
k. The GA showed strong convergence and provided a set of parameter values that best fit
the data. The model with these parameters showed a reasonable fit with the biological
data (Table 2) when mean host survival over time was plotted (Fig 2). (In the Supporting
Information (S1 Fig), the bacteria densities within the host are plotted over time for case
the infected host is not treated with antibiotics. Comparing the model output with the
biological data from [38] shows that the model’s maximum growth rate of bacteria is
reasonable.)

Table 3. Host survival from the biological validation experiments. Host survival was recorded at 192 h for five dif-
ferent antibiotic treatment regimens, with both the ‘raw’ data given, along with the ‘normalised’ data, whereby host sur-
vival for four of the treatments were increased by 0.28 to bring host survival for (0.45,0.45) and (0.9,0) treatments in
line with those in the initial experiments, in Table 2. (n = 90.) Full data in the Supporting Information (S3 Table).

infected treatment (mg/kg) Host survival at 192h
Oh 2h 24h Raw Normalised
Vib 79 0.20 0.70 0 --
Vib 79 0.45 0.45 0.10 0.38
Vib 79 0.56 0.34 0.21 0.49
Vib 79 0.76 0.14 0.26 0.54
Vib 79 0.9 PBS 0.24 0.52

https://doi.org/10.1371/journal.pcbi.1008037.t003
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Fig 2. Comparison of mathematical model and experimental results for survival rates for different ‘fixed dose’ treatments, with 0.9 mg either
administered as a single dose, or split equally over 2 days, or split equally over 3 days: (A) 0.9 mg administered at 2 h; (B) 0.45 mg administered
at 2 h and at 24 h; (C) 0.3 mg administered at 2 h, 24 h and 48 h. n = 45 for biological experiments; n = 5000 for mathematical model.

https://doi.org/10.1371/journal.pchi.1008037.g002

Validating the Model

To determine the effect of the size of the first dose, and whether a bigger first dose leads to a
higher survival, we consider a general two-dose strategy of the form (d;, 0.9-d,), with dose d;
at 2 h and the second (remaining) dose at 24 h. This strategy used 0.9 mg of antibiotic in total.
Our parameterised mathematical model was run for values of d; from 0 to 0.9, in increments
of 0.01, with survival rate recorded at 192 h (Fig 3). There is a strong correlation between the

o
o)

o
~

O
N

Host survival at 192h —

0 015 03 045 06 0.75 0.9

0

First Dose (dl) —

Fig 3. Survival rates at 192 h for various first doses, d;; where the second dose is (0.9—d, ). The mathematical model
results are in black; blue circles represent the initial biological experimental data (Table 2), and green circles are the
additional biological experiments (Table 3). Red circles represent the normalised data from Table 3 (with each of the
four points increased by 0.28). (The model runs for these solutions were increased to 10000 to confirm the accuracy of
the results).

https://doi.org/10.1371/journal.pcbi.1008037.9003
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first dose and host survival, with a Spearman Rank co-efficient of 0.96. There is a small drop in
host survival for first doses d; between 0.65 and 0.85, however, this is only small.

To validate the mathematical model, five two-dose treatments were then chosen, and biologi-
cal experiments of these treatments were carried out for n = 90 larvae (Table 3; the full data set,
with survival at the end of each 24-h interval is given in the Supporting Information (S3 Table)).

The survival rates in these in vivo experiments (Table 3) were significantly lower than those
of the initial experiments (Table 2), and a direct comparison of the regimens (0.9,0) and
(0.45,0.45) showed a consistent drop of ~0.28 in the survival rate at 192 h. This is likely due to
seasonal variation in the condition of the larvae, which can occur [47-48]. Therefore, for
modelling purposes, we normalised the survival rate of the regimens (0.45,0.45), (0.56,0.34),
(0.76,0.14) and (0.9,0) by increasing the survival rates universally at 192 h by 0.28. Comparing
these new scaled survival rates to our mathematical model (Fig 3) showed that the model suc-
cessfully predicted the survival rates of the previously untested regimens.

Optimisation of treatment regimens

We applied the GA to the parameterised mathematical model to search for optimal antibiotic
dosage regimens to maximise host survival at 192 h under various conditions:

i. Daily dose treatments: Taking a daily dose treatment strategy, with doses at 2 h, 24 h, 48
h and 72 h, we found that to maximise host survival at 192 h, using 0.9 mg of TET, the
best strategy was to administer all 0.9 mg at 2 h, with 0 mg at the remaining dose times.
This gave a host survival rate at 192h of 0.566.

ii. Two-dose, variable timings: Next, we allowed the timing of the doses to vary, initially
limiting the solutions to two-dose treatments, whereby a dose d; is given at 2 h, and a sec-
ond (remaining) dose of 0.9-d, is given at ¢, hours. Given we only had two variables, d,
and t,, we carried out a brute force (exhaustive) search for d; between 0 and 0.9 (in inter-
vals of 0.01), and ¢, at hourly intervals between 3 h and 24 h. In Fig 4, we plot host survival

0.5 4

Host survival at 192h —

0.3 18
0 24

First Dose (d,) Time of second dose (t,)

Fig 4. Two-dose treatment regimen with the first dose d, is taken at 2 h and the second dose 0.9- d; at ¢, h. Host
survival at 192 h is plotted against the size of the first dose d;: and the time of the second dose t,. Model runs = 10000.

https://doi.org/10.1371/journal.pcbi.1008037.9004
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at 192 h against the time of the second dose t,, and the size of the first dose d;. We found
that the optimal strategy was to administer a first dose of 0.54 mg of TET at 2 h and a sec-
ond dose of 0.36 mg at 11 h, giving a survival rate at 192 h of 0.795. This is significantly
greater than the survival rate of 0.566 for administering all 0.9 mg of TET in a single dose
at2h.

iii. Multiple-doses, variable timings: We extended the search to find the optimal treatment
regimen, using 0.9 mg of antibiotic, by allowing any number of doses. A GA was applied
to this problem, allowing the individual dosage quantities and timings of these doses to
vary, to find the regimen that maximised host survival at 192 h. We found the optimal
regimen was a four-dose strategy, giving: 0.43 mgat 2 h, 0.22 mgat7.1 h,0.13 mgat 11.7
h, and 0.13 mg at 16.8 h, which gave a host survival rate of 0.803. (Note, total antibiotic
adds to 0.91 mg due to rounding.) Given this is a stochastic model, it would be difficult to
test experimentally whether the improvement over the two-dose treatment above, with
survival of 0.795, is significant.

iv. Maximise survival vs. minimise total antibiotic: Taking a multi-objective approach, we
aimed to maximise host survival at 192 h while minimising the total quantity of antibiotic
used. Again, we allowed both the individual doses and the timing of these doses to vary.
In Fig 5, Pareto Front is plotted—in the context of multi-objective optimisation, a Pareto
Front is a set of non-dominated solutions, which are considered optimal if no objective
can be improved without sacrificing at least one other objective; this was done using a
well-known GA suited for multiple objectives, NSGA-II [49]. Each point represents the
host survival rate and quantity of antibiotic used, assuming that that the amount of antibi-
otic is used optimally. Before deriving solutions for a particular regimen, we had to ensure
that the results were consistent and therefore we repeated the optimisation process over

(A) Pareto Front (All 50 runs) 1 (B) Pareto Front (Upper edge)
: : . /./,..._ :
T o8 1 T 08 {’ 1
< F 2
o (] J.
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Fig 5. (A) Combined Pareto Fronts for 50 repeat runs; (B) subset of points along the upper edge of combined Pareto Fronts in (A). Both graphs
show the trade-off between the total amount of antibiotic used in a treatment regimen and maximum host survival at 192 h. The colours of the
points represent the number of (non-zero) antibiotic doses used to achieve that optimal point. Population = 50, generations = 80, model

runs = 5000, repetitions = 50.

https://doi.org/10.1371/journal.pchi.1008037.g005
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50 independent runs. The combined set of Pareto Fronts for these 50 optimisation runs is
given in Fig 5A and shows a consistency across the repeat runs with regard to the trade-
off between total antibiotic use and host survival at 192 h. From this set of 50 repeat runs,
we extracted the points along the upper edge of the combined Pareto Fronts to produce a
final composite Pareto Front that is optimal across all 50 runs (Fig 5B). There exists a
strong, non-linear, positive correlation between survival and the total quantity of antibi-
otic used. In fact, for total antibiotic dosage of between 0.56 mg and 0.95 mg, there is a
very strong linear correlation (r = 0.997), with a gradient of 2.12, i.e. every 0.1 mg increase
in antibiotic gives an increase in host survival at 192 h of 0.212. In addition, we saw
almost distinct boundaries between where the optimal regimen involved increasing the
number of doses: a single (initial) dose when using less than 0.49 mg, two-doses when
using between 0.49 mg 0.64 mg in total, three-doses when using between 0.64 mg and 0.9
mg in total, and four-doses when using more than 0.9 mg in total.

To understand the form of the optimal dosage vectors in the Pareto front, we explored the
treatment regimens that were found by the GA and extracted the best regimen for a particular
objective. Table 4 shows the solutions from Fig 5B where we consider treatments that have a
survival rate at 192 h of at least (a) 0.9, and (b) 0.99 for different objectives. These objectives
were: (i) the least total antibiotic used (i.e to minimise Yd,); (ii) the least number of doses (i.e.
least number of non-zero entries in dosage vector); (iii) the lowest maximum dose (i.e. to min-
imise max(d,)); (iv) the earliest final dose (i.e. to minimise d;).

All the treatments in Table 4 have a similar pattern in that the first dose is the largest dose,
with many of the subsequent doses decreasing throughout, e.g. (0.48, 0.28, 0.24). There is also
an appearance of possible additional trade-offs. For example, comparing row 1 and row 5 in
Table 4, in reducing the maximum concentration of individual doses may require an increase
in the total quantity of antibiotic used and an increase in the duration of treatment. Calculating
the Spearman Rank co-efficient for Fig 5B, we get of 0.55, indicating that there is no longer a
strong correlation between the first dose and host survival; given the wider range of treatments
in terms of number of doses (e.g. more, smaller doses) and timings (e.g. smaller doses closer
together), this is to be expected.

Table 4. Optimal treatment regimens from within the Pareto Front (Fig 5B) for different criteria, given host survival at 192 h of at least (a) 0.9, or (b) 0.99. (*Only
4-dose treatments were found along the upper edge of Pareto Front with host survival more than 0.99).

Objective

Lowest total antibiotic

Least number of doses

Lowest maximum dose:

Earliest final dose:

Dose 1

0.48 mg
2h

0.52 mg
2h

0.50 mg
2h

0.60 mg
2h

0.33 mg
2h

0.44 mg
2h

0.38 mg
2h

0.48 mg
2h

https://doi.org/10.1371/journal.pcbi.1008037.1004

Dose 2 Dose 3 Dose 4 Total AB Survival at 192h

0.28 mg 0.24 mg - 1.00 mg 0.900
9.0h 17.1h

0.38 mg 0.15 mg 0.17 mg 1.22 mg 0.990
8.4h 17.4h 21.1h

0.29 mg 0.23 mg -- 1.02 mg 0.927
7.6h 14.5h

0.34 mg 0.27 mg -- 1.21 mg 0.988*
9.0h 143 h

0.23 mg 0.28 mg 0.18 mg 1.02 mg 0.925
57h 11.1h 17.8 h

0.29 mg 0.18 mg 0.34 mg 1.25mg 0.992
6.7 h 10.9h 18.8 h

0.22 mg 0.17 mg 0.24 mg 1.01 mg 0.913
4.4h 9.7h 13.4h

0.33 mg 0.18 mg 0.31 mg 1.30 mg 0.997
7.0 h 122h 17.5h
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Discussion

The first aim of this study was to build and parameterise a mathematical model that accurately
represents a systemic bacterial infection (V. anguillarum) in an in vivo host (G. mellonella) that
can be treated with different fixed-dose antibiotic regimens. The mathematical model of this
system was then tested with additional experiments, including some new antibiotic regimens
where daily doses were no longer fixed. The model was shown to perform well in these subse-
quent experiments, and hence provides a useful new approach for researchers investigating the
optimisation of antibiotic therapy.

The second aim of this study was to apply an advanced computational search technique, a
Genetic Algorithm (GA), to this model to find optimal antibiotic dosage regimens that maxi-
mised host survival, while also minimising total antibiotic usage. In searching for the optimal
regimen, we relaxed the commonly made assumptions of fixed doses (where each dose is, say,
X mg) at fixed intervals (e.g. every 24 h)-the widened search space of possible treatments
makes the application of machine learning algorithms essential. When using a fixed total anti-
biotic dose of 0.9 mg, the best two-dose regimen was to apply 0.54 mg at 2 h and 0.36 mg at 11
h, giving a host survival rate of 0.795. This only increased slightly to 0.803 with a four-dose reg-
imen. However, both of these were predicted to be significantly greater survival than adminis-
tering all 0.9 mg in a single dose at 2 h. When aiming to minimise the total quantity of
antibiotic used while maximising host survival, all the treatments found (including those in
Table 4) show a similar pattern: the first dose is the largest dose, with many of the subsequent
doses decreasing thereafter. Many of the treatment durations were relatively short, with the
final dose being applied before the 24 h mark (Table 4). Here, the treatment intervals were rela-
tively consistent; for example, in with antibiotic being administered at2h, 9hand 17 h
(Table 4,row 1) or 2h, 7 h, 12 h and 17 h (Table 4, row 8). Treatment intervals could therefore
be an important, yet understudied area, with few studies of their effect on survival [50] or
development of resistance [51]. There was also an appearance of possible additional trade-offs:
for example, in reducing the maximum concentration of any individual doses required an
increase in the total quantity of antibiotic used and an increase in treatment duration; similarly
shorter dosage regimens appeared to increase the total antibiotic required and increased the
individual dosage sizes. A further study exploring these trade-offs, carrying out a multi-objec-
tive optimisation approach with the four objectives in Table 4, along with maximising host sur-
vival, is certainly worthy of attention. Furthermore, the mathematical model was
parameterised using a standard GA; however, when parameters are encoded as real numbers
we can apply modern evolutionary algorithms that specialise in the continuous domain, such
as Differential Evolution (DE) [52-53] and Covariance Matrix Adaptation Evolution Strategies
(CMA-ES) [54-55]. It may be possible that these methods can produce improved solutions in
shorter computational time, which would be an interesting follow-up study.

Significantly, this present study provides further evidence supporting the previous theoreti-
cal results that optimal dosage patterns for antibiotics follow a tapering pattern [29-30]. Given
that the tapered treatment patterns in this present study were derived from a biologically vali-
dated model, it provides evidence that further research into this observation is needed. Obvi-
ously, the next step would be to validate these optimal treatments in follow-up biological
experiments, directly testing conventional fixed-dose treatments against the optimal tapered
treatments and evaluating host survival across time. Furthermore, this present study focused
on the single outcome of host survival; however, future studies could integrate further benefi-
cial outcomes such as the risk associated with selecting for antibiotic-resistant strains [56-58].

Our results also reinforce previous findings in humans, including studies that have shown
that shorter treatment regimens can be effective in treating bacterial infections [59-60] and
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the use of initial high loading dose treatments being beneficial in treating patients in critical
care medicine [61]. Interestingly, tapered regimens are effective when treating infections
caused by Clostridium difficile [62-63]; however, the use of tapered regimens has resulted in
sub-optimal performance in bacterial clearance in some previous infection studies [35,64]
underlining the importance of deriving an optimal tapered strategy.

The duration under which a bacterium is exposed to antibiotics increases the likelihood of
resistance developing [65]. The selection of current treatment durations is relatively arbitrary,
albeit with supporting data from pharmacokinetic and pharmacodynamics trials, to ensure thera-
peutic concentrations of antibiotic are maintained in the host, and several studies have indicated
that shorter treatment regimens can be just as effective [66-68]. By altering the interval between
the constant doses, the GA produced treatment regimens that were shorter and showed little
change in the total quantity of antibiotic used. Shorter treatment durations have been identified
as being as effective as longer durations in treating a number of bacterial diseases [60,67,69], indi-
cating that current treatment guidelines, while effective, may not be the optimal way to adminis-
ter antibiotics. In addition, exposing the environment to larger quantities of antibiotic can
increase the abundance of resistant bacteria [70-71]. Optimal antibiotic treatments may also be
highly dependent on the current quantity of the target bacterial cells present in the host [72-76],
and it would be interesting to see how well the optimal treatments would perform across popula-
tions of individuals where variation in drug metabolism would play a significant role.

The conventional treatment regimen of a standard dose administered at equal intervals in
time is appealing to both manufacturers and patients. However, to increase the effectiveness of
antibiotics may require a move away from these conventional regimens. Changing the interval
between doses of antibiotics would be more preferable for manufacturers, as the doses of anti-
biotic remain constant and a single, standard product is manufactured. This shifts the burden
of responsibility to adhere to the new regimes more to the prescriber and the patient. Altering
the quantities of antibiotics given at set time intervals is another approach that could be effec-
tive, and in such a scenario different doses are prepared by the manufacturer for administra-
tion during the course of treatment. The constant time interval between doses is probably
simpler for the patient to comply and, interestingly, patient compliance rates are greatest
(almost 100%) for daily doses [77-78]. In the most complex scenario, both the quantities of
antibiotic given and the timings of each treatment during therapy are altered for an optimal
outcome. Unfortunately, lack of patient compliance remains a common problem [79-80] and
much further work is needed before changes to conventional treatment regimens could be
translated to the clinic. Of course, this would include the complete involvement of stakeholders
and a full understanding and consent around acceptable levels of safety and risk, particularly
the implications of inadvertently deviating from an optimised treatment. In this regard, it may
be in veterinary medicine where significant gains may be achieved more quickly.

With the increase in antibiotic resistant bacteria, research has begun to examine the effec-
tiveness of using multiple antibiotics, either sequentially or together in combinations [81-82].
Still, there is a need to ensure single antibiotics are used in an optimal manner, as this is
another key approach that may deliver considerable benefit to patients. The findings of this
present study highlight the potential amendments that could be made to single daily fixed-
dose antibiotic treatment regimens to increase their efficacy, thus reducing the health and eco-
nomic burdens associated with bacterial infections.

Supporting information

S1 Table. Host survival data from [38].
(DOCX)

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1008037  August 3, 2020 15/20


http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1008037.s001
https://doi.org/10.1371/journal.pcbi.1008037

PLOS COMPUTATIONAL BIOLOGY Optimising antibiotic treatment regimens

S2 Table. Experimental data from the tetracycline half-life experiments.
(DOCX)

§3 Table. Full experimental data for the validation biological experiments.
(DOCX)

S1 Fig. Plot of bacterial density in a host over time with no treatment.
(EPS)

Acknowledgments

The authors wish to acknowledge Frl. Louisa Ulrich for assistance with preliminary biological
experiments, as well as the anonymous reviewers for some very helpful comments.

Author Contributions

Conceptualization: Andy Hoyle.

Data curation: Stuart McMillan, Andrew P. Desbois.

Formal analysis: Andy Hoyle.

Funding acquisition: Andy Hoyle, Gabriela Ochoa.
Investigation: Stuart McMillan, Andrew P. Desbois.
Methodology: Andy Hoyle, Iona Paterson, Andrew P. Desbois.
Project administration: Andy Hoyle, Andrew P. Desbois.
Resources: Stuart McMillan, Andrew P. Desbois.

Software: David Cairns, Gabriela Ochoa.

Supervision: Andy Hoyle, Andrew P. Desbois.

Validation: Stuart McMillan, Andrew P. Desbois.
Visualization: Andy Hoyle, David Cairns.

Writing - original draft: Andy Hoyle, Stuart McMillan, Andrew P. Desbois.

Writing - review & editing: David Cairns, Iona Paterson, Gabriela Ochoa.

References

1. Levy SB, Marshall B. Antibacterial resistance worldwide: causes, challenges and responses. Nat Med.,
2004; 10: S122—129. https://doi.org/10.1038/nm1145 PMID: 15577930

2. Davidson R, Cavalcanti R, Brunton JL, Bast DJ, de Azavedo JC, Kibsey P, et al. Resistance to levoflox-
acin and failure of treatment of pneumococcal pneumonia. N Engl J Med. 2002; 346: 747—750. https:/
doi.org/10:1056/NEJMoa012122 PMID: 11882730

3. Nachega JB, Chaisson, RE. Tuberculosis Drug Resistance: A Global Threat. Clin Infect Dis. 2003; 36:
S$24-S30. https://doi.org/10.1086/344657 PMID: 12516027

4. Ohnishi M, Golparian D, Shimuta K, Saika T, Hoshina S, Iwasaku K, et al. Is Neisseria gonorrhoeae Ini-
tiating a Future Era of Untreatable Gonorrhea? Detailed Characterization of the First Strain with High-
Level Resistance to Ceftriaxone. Antimicrob Agents Chemother. 2011; 55: 3538—3545. https://doi.org/
10.1128/AAC.00325-11 PMID: 21576437

5. Unemo M, Golparian D, Hellmark B. First three neisseria gonorrhoeae isolates with high-Level resis-
tance to azithromycin in sweden: A threat to currently available dual-Antimicrobial regimens for treat-
ment of gonorrhea? Antimicrob. Agents Chemother. 2014; 58: 624—625. https://doi.org/10.1128/AAC.
02093-13 PMID: 24189248

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1008037  August 3, 2020 16/20


http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1008037.s002
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1008037.s003
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1008037.s004
https://doi.org/10.1038/nm1145
http://www.ncbi.nlm.nih.gov/pubmed/15577930
https://doi.org/10.1056/NEJMoa012122
https://doi.org/10.1056/NEJMoa012122
http://www.ncbi.nlm.nih.gov/pubmed/11882730
https://doi.org/10.1086/344657
http://www.ncbi.nlm.nih.gov/pubmed/12516027
https://doi.org/10.1128/AAC.00325-11
https://doi.org/10.1128/AAC.00325-11
http://www.ncbi.nlm.nih.gov/pubmed/21576437
https://doi.org/10.1128/AAC.02093-13
https://doi.org/10.1128/AAC.02093-13
http://www.ncbi.nlm.nih.gov/pubmed/24189248
https://doi.org/10.1371/journal.pcbi.1008037

PLOS COMPUTATIONAL BIOLOGY Optimising antibiotic treatment regimens

6. Salyers AA. Why Are Antibiotic Resistance Genes So Resistant to Elimination? Antimicrob Agents Che-
mother. 1997; 41:2321-2325. https://doi.org/10.1128/AAC.41.11.2321 PMID: 9371327

7. Barbosa TM, Levy SB. The impact of antibiotic use on resistance development and persistence. Drug
Resist. Updat. 2000; 3: 303-311. https://doi.org/10.1054/drup.2000.0167 PMID: 11498398

8. Andersson DI, Hughes D. Antibiotic resistance and its cost: is it possible to reverse resistance? Nat.Rev
Microbiol. 2010; vol. 8: 260—271. https://doi.org/10.1038/nrmicro2319 PMID: 20208551

9. Department of Health & Department for Environment Food and Rural Affairs (DEFRA). UK Five Year
Antimicrobial Resistance Strategy 2013 to 2018. Dep. Heal. Dep. Environ. Food Rural Aff. 2013; 43.

10. Cabello F C. Heavy use of prophylactic antibiotics in aquaculture: a growing problem for human and ani-
mal health and for the environment. Environ Microbiol. 2006; 8: 1137-1144. https://doi.org/10.1111/}.
1462-2920.2006.01054.x PMID: 16817922

11.  Brunton LA, Desbois AP, Garza M, Wieland B, Mohan CV, Hasler B, et al. Identifying hotspots for antibi-
otic resistance emergence and selection, and elucidating pathways to human exposure: Application of
a systems-thinking approach to aquaculture systems. Sci Total Environ. 2019; 687: 1344—1356.
https://doi.org/10.1016/j.scitotenv.2019.06.134 PMID: 31412468

12. vandenBosch F, Gilligan CA. Models of fungicide resistance dynamics. Annu Rev Phytopathol. 2008;
46: 123-147. https://doi.org/10.1146/annurev.phyto.011108.135838 PMID: 18680425

13. Woolhouse M, Ward M, van Bunnik B, Farrar J. Antimicrobial resistance in humans, livestock and the
wider environment. Philos Trans R Soc Lond B Biol Sci. 2015; 370: 201400883. https://doi.org/10.1098/
rstb.2014.0083 PMID: 25918441

14. VanBoeckel TP, Brower C, Gilbert M, Grenfell BT, Levin SA, Robinson TP, et al. Global trends in anti-
microbial use in food animals. Proc Natl Acad Sci USA. 2015; 112: 5649-5654. https://doi.org/10.1073/
pnas.1503141112 PMID: 25792457

15. Cogliani C, Goossens H, Greko C. Restricting Antimicrobial Use in Food Animals: Lessons from
Europe. Microbe. 2011; 6:274-279.

16. The Microbial Threat: The Copenhagen Recommendation. Microb Ecol Health Dis. 1998; 10: 65-67.

17. Emilien G, Van Meurs W, Maloteaux JM. The dose-response relationship in Phase | clinical trials and
beyonduse, meaning, and assessment. Pharmacol Ther. 2000; 88: 33-58. https://doi.org/10.1016/
s0163-7258(00)00077-2 PMID: 11033383

18. Pouwels KB, Yin M, Butler CC, Cooper BS, Wordsworth S, Walker AS, Robotham JV. Optimising trial
designs to identify appropriate antibiotic treatment durations. BMC Med. 2019; 17: 115. https://doi.org/
10.1186/s12916-019-1348-z PMID: 31221165

19. Aliabadi FS, Lees P. Antibiotic treatment for animals: Effect on bacterial population and dosage regimen
optimisation. Int J Antimicrob Agents. 2000; 14(4): 307-313. https://doi.org/10.1016/s0924-8579(00)
00142-4 PMID: 10794952

20. Kleczkowski A, Hoyle A, McMenemy P. One model to rule them all? Modelling approaches across One-
Health for human, animal and plant epidemics. Philos Trans R Soc Lond B Biol Sci. 2019; 374:
20180255. https://doi.org/10.1098/rstb.2018.0255 PMID: 31056049

21. D’Agata EMC, Dupont-Rouzeyrol M, Magal P, Olivier D, Ruan S. The impact of different antibiotic regi-
mens on the emergence of antimicrobial-resistant bacteria. PLoS One. 2008; 3(12) e4036. https://doi.
org/10.1371/journal.pone.0004036 PMID: 19112501

22. Geli P, Laxminarayan R, Dunne M, Smith DL. One-Size-Fits-All? Optimizing Treatment Duration for
Bacterial Infections. PLoS One. 2012; 7(1): €29838. https://doi.org/10.1371/journal.pone.0029838
PMID: 22253798

23. Ankomah P, Levin BR. Exploring the collaboration between antibiotics and the immune response in the
treatment of acute, self-limiting infections. Proc Natl Acad Sci USA. 2014; 111(23): 8331-8338. https:/
doi.org/10.1073/pnas. 1400352111 PMID: 24843148

24. Gijini E, Brito PH. Integrating antimicrobial therapy with host immunity to fight drug-resistant infections:
classical vs. adaptive treatment. PLoS Comput Biol. 2016; 12(4): e1004857. https://doi.org/10.1371/
journal.pcbi.1004857 PMID: 27078624

25. Holland J. Adaptation in natural and artificial systems: an introductory analysis with applications to biol-
ogy, control, and artificial intelligence. University of Michigan Press. 1975.

26. Ochoa G, Villasana M, Burke EK. An evolutionary approach to cancer chemotherapy scheduling. Genet
Program Evolvable Mach. 2007; 8(4): 301-318.

27. Ochoa G, Villasana M. Population-based optimization of cytostatic/cytotoxic combination cancer che-
motherapy. Soft Comput. 2013; 17(6): 913-924.

28. Eiben AE, Smith JE. Introduction to Evolutionary Computing. Springer-Verlag 2015.

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1008037  August 3, 2020 17/20


https://doi.org/10.1128/AAC.41.11.2321
http://www.ncbi.nlm.nih.gov/pubmed/9371327
https://doi.org/10.1054/drup.2000.0167
http://www.ncbi.nlm.nih.gov/pubmed/11498398
https://doi.org/10.1038/nrmicro2319
http://www.ncbi.nlm.nih.gov/pubmed/20208551
https://doi.org/10.1111/j.1462-2920.2006.01054.x
https://doi.org/10.1111/j.1462-2920.2006.01054.x
http://www.ncbi.nlm.nih.gov/pubmed/16817922
https://doi.org/10.1016/j.scitotenv.2019.06.134
http://www.ncbi.nlm.nih.gov/pubmed/31412468
https://doi.org/10.1146/annurev.phyto.011108.135838
http://www.ncbi.nlm.nih.gov/pubmed/18680425
https://doi.org/10.1098/rstb.2014.0083
https://doi.org/10.1098/rstb.2014.0083
http://www.ncbi.nlm.nih.gov/pubmed/25918441
https://doi.org/10.1073/pnas.1503141112
https://doi.org/10.1073/pnas.1503141112
http://www.ncbi.nlm.nih.gov/pubmed/25792457
https://doi.org/10.1016/s0163-7258%2800%2900077-2
https://doi.org/10.1016/s0163-7258%2800%2900077-2
http://www.ncbi.nlm.nih.gov/pubmed/11033383
https://doi.org/10.1186/s12916-019-1348-z
https://doi.org/10.1186/s12916-019-1348-z
http://www.ncbi.nlm.nih.gov/pubmed/31221165
https://doi.org/10.1016/s0924-8579%2800%2900142-4
https://doi.org/10.1016/s0924-8579%2800%2900142-4
http://www.ncbi.nlm.nih.gov/pubmed/10794952
https://doi.org/10.1098/rstb.2018.0255
http://www.ncbi.nlm.nih.gov/pubmed/31056049
https://doi.org/10.1371/journal.pone.0004036
https://doi.org/10.1371/journal.pone.0004036
http://www.ncbi.nlm.nih.gov/pubmed/19112501
https://doi.org/10.1371/journal.pone.0029838
http://www.ncbi.nlm.nih.gov/pubmed/22253798
https://doi.org/10.1073/pnas.1400352111
https://doi.org/10.1073/pnas.1400352111
http://www.ncbi.nlm.nih.gov/pubmed/24843148
https://doi.org/10.1371/journal.pcbi.1004857
https://doi.org/10.1371/journal.pcbi.1004857
http://www.ncbi.nlm.nih.gov/pubmed/27078624
https://doi.org/10.1371/journal.pcbi.1008037

PLOS COMPUTATIONAL BIOLOGY Optimising antibiotic treatment regimens

29. Paterson IK, Hoyle A, Ochoa G, Baker-Austin C, Taylor NG. Optimising antibiotic usage to treat bacte-
rial infections. Sci Rep. 2016; 6: 1-10. https://doi.org/10.1038/s41598-016-0001-8 PMID: 28442746

30. Khan A, Imran M. Optimal Dosing Strategies Against Susceptible and Resistant Bacteria. J Biol Syst.
2018; 26(1): 41-58.

31. Cicchese JM, Pienaar E, Kirschner DE, Linderman JJ. Applying Optimization Algorithms to Tuberculo-
sis Antibiotic Treatment Regimens. Cell Mol Bioeng. 2017; 10(6): 523-535. https://doi.org/10.1007/
512195-017-0507-6 PMID: 29276546

32. Fuentes-Hernandez A, Plucain J, Gori F, Pena-Miller R, Reding C, Jansen G, et al. Using a Sequential
Regimen to Eliminate Bacteria at Sub-lethal Antibiotic Dosages. PLoS Biol. 2015; 13: e1002104.
https://doi.org/10.1371/journal.pbio.1002104 PMID: 25853342

33. Reding-Roman C, Hewlett M, Duxbury S, Gori F, Gudelj |, Beardmore R. The unconstrained evolution
of fast and efficient antibiotic-resistant bacterial genomes. Nat Ecol Evol. 2017; 1(3):50. https://doi.org/
10.1038/s41559-016-0050 PMID: 28812723

34. Spalding C, Keen E, Smith DJ, Krachler AM, Jabbari S. Mathematical modelling of the antibiotic-
induced morphological transition of Pseudomonas aeruginosa. PLoS Comput Biol. 2018; 14(2):
e€1006012. https://doi.org/10.1371/journal.pchi.1006012 PMID: 29481562

35. Pefa-Miller R, Lahnemann D, Schulenburg H, Ackermann M, Beardmore R. Selecting Against Antibi-
otic-Resistant Pathogens: Optimal Treatments in the Presence of Commensal Bacteria. Bull Math Biol.
2012; 74(4): 908-934. https://doi.org/10.1007/s11538-011-9698-5 PMID: 22057950

36. Desbois AP, Coote PJ. Wax moth larva (Galleria mellonella): an in vivo model for assessing the efficacy
of antistaphylococcal agents. J Antimicrob Chemother 2011; 66(8):1785-1790. https://doi.org/10.
1093/jac/dkr198 PMID: 21622972

37. Desbois AP, Coote P J. Utility of greater wax moth larva (Galleria mellonella) for evaluating the toxicity
and efficacy of new antimicrobial agents. Adv Appl Microbiol. 2012; 78: 25-53. https://doi.org/10.1016/
B978-0-12-394805-2:00002-6 PMID: 22305092

38. McMillan S, Verner-Jeffreys D, Weeks J, Austin B, Desbois AP. Larva of the greater wax moth, Galleria
mellonella, is a suitable alternative host for studying virulence of fish pathogenic Vibrio anguillarum.
BMC Microbiol. 2015; 15(1): 1-10.

39. Sinatra JA, Colby K. Notes from the Field: Fatal Vibrio anguillarum Infection in an Immunocompromised
Patient—Maine, 2017. MMWR Morb Mortal Wkly Rep. 2018; 67(34): 962—963. https://doi.org/10.
15585/mmwr.mm6734a5 PMID: 30161102

40. Austin B, Alsina M, Austin DA, Blanch AR, Grimont F, Grimont PAD, et al. Identification and typing of
Vibrio anguillarum—A comparison of different methods. Syst Appl Microbiol 1995; 18(2):285-302.

41. Miller RA, Gaunt PS, Reimschuessel R, Carson J, Gieseker C, Smith PR, et al. Methods for broth dilu-
tion susceptibility testing of bacteria isolated from aquatic animals, 2nd Ed. Clinical and laboratory
standards institute (CLSI), PA, USA. 2014

42. Gillespie DT. Exact stochastic simulation of coupled chemical reactions. J Phys Chem. 1977; 81(25):
2340-2361.

43. Gillespie DT. Approximate accelerated stochastic simulation of chemically reacting systems. J Chem
Phys. 2001; 115(4): 1716-1733.

44. Roberts PA, Huebinger RM, Keen E, Krachler A-M, Jabbari S. Mathematical model predicts anti-adhe-
sion—antibiotic—debridement combination therapies can clear an antibiotic resistant infection. PLoS
Comput Biol. 2019; 15(7): e1007211. https://doi.org/10.1371/journal.pcbi.1007211 PMID: 31335907

45. Eiben A, Smith J. Introduction to Evolutionary Computing. Natural Computing Series (Springer Berlin
Heidelberg. 2015.

46. Agwuh KN, MacGowan A. Pharmacokinetics and pharmacodynamics of the tetracyclines including gly-
cyleyclines. J Antimicrob Chemother. 2006; 58: 256—265. https://doi.org/10.1093/jac/dkl224 PMID:
16816396

47. Bogu MI & Cymborowski BE. Annual Changes in the Greater Wax Moth (Galleria Mellonella L.) Devel-
opment and Sensitivity to Juvenilizing Treatments. Chronobiol Int. 1985; 2(4): 261-265. https://doi.org/
10.3109/07420528509055888 PMID: 3870854

48. Kumar G, Khan MS. Study of the life cycle of greater wax moth (Galleria mellonella) under storage con-
ditions in relation to different weather conditions. J Entomol Zool Stud. 2018; 6(3): 444—-447.

49. DebK, Pratap A, Agarwal S, Meyarivan T. A fast and elitist multi-objective genetic algorithm: NSGA-II.
IEEE Trans Evol Comput. 2002; 6(8): 182-197.

50. AlDahouk S, Hagen RM, Néckler K, Tomaso H, Wittig M, Scholz HC, et al. Failure of a short-term antibi-
otic therapy for human brucellosis using ciprofloxacin. Chemotherapy. 2005; 51(6): 352—6. https://doi.
org/10.1159/000088960 PMID: 16227689

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1008037  August 3, 2020 18/20


https://doi.org/10.1038/s41598-016-0001-8
http://www.ncbi.nlm.nih.gov/pubmed/28442746
https://doi.org/10.1007/s12195-017-0507-6
https://doi.org/10.1007/s12195-017-0507-6
http://www.ncbi.nlm.nih.gov/pubmed/29276546
https://doi.org/10.1371/journal.pbio.1002104
http://www.ncbi.nlm.nih.gov/pubmed/25853342
https://doi.org/10.1038/s41559-016-0050
https://doi.org/10.1038/s41559-016-0050
http://www.ncbi.nlm.nih.gov/pubmed/28812723
https://doi.org/10.1371/journal.pcbi.1006012
http://www.ncbi.nlm.nih.gov/pubmed/29481562
https://doi.org/10.1007/s11538-011-9698-5
http://www.ncbi.nlm.nih.gov/pubmed/22057950
https://doi.org/10.1093/jac/dkr198
https://doi.org/10.1093/jac/dkr198
http://www.ncbi.nlm.nih.gov/pubmed/21622972
https://doi.org/10.1016/B978-0-12-394805-2.00002-6
https://doi.org/10.1016/B978-0-12-394805-2.00002-6
http://www.ncbi.nlm.nih.gov/pubmed/22305092
https://doi.org/10.15585/mmwr.mm6734a5
https://doi.org/10.15585/mmwr.mm6734a5
http://www.ncbi.nlm.nih.gov/pubmed/30161102
https://doi.org/10.1371/journal.pcbi.1007211
http://www.ncbi.nlm.nih.gov/pubmed/31335907
https://doi.org/10.1093/jac/dkl224
http://www.ncbi.nlm.nih.gov/pubmed/16816396
https://doi.org/10.3109/07420528509055888
https://doi.org/10.3109/07420528509055888
http://www.ncbi.nlm.nih.gov/pubmed/3870854
https://doi.org/10.1159/000088960
https://doi.org/10.1159/000088960
http://www.ncbi.nlm.nih.gov/pubmed/16227689
https://doi.org/10.1371/journal.pcbi.1008037

PLOS COMPUTATIONAL BIOLOGY Optimising antibiotic treatment regimens

51. Vanden Bergh B, Michiels JE, Wenseleers T, Windels EM, Boer PV, Kestemont D, et al. Frequency of
antibiotic application drives rapid evolutionary adaptation of Escherichia coli persistence. Nat Microbiol.
2016; 1(5): 1-7.

52. Storn R, Price K. Differential evolution—a simple and efficient heuristic for global optimization over con-
tinuous spaces. J Glob Optim. 1997; 11(4): 341-359

53. Price K, Storn RM, Lampinen JA. Differential Evolution: A Practical Approach to Global Optimization.
Springer. 2005; ISBN 9783540209508.

54. Hansen N, Ostermeier A. Completely derandomized self-adaptation in evolution strategies. Evol Com-
put. 2001; 9(2): 159—-195. https://doi.org/10.1162/106365601750190398 PMID: 11382355

55. Igel C, Hansen N, Roth S. Covariance Matrix Adaptation for Multi-objective Optimization. Evol Comput.
2007; 15(1): 1-28. https://doi.org/10.1162/evco.2007.15.1.1 PMID: 17388777

56. Lipsitch M, Levin BR. The population dynamics of antimicrobial chemotherapy. Antimicrob Agents Che-
mother. 1997; 41(2): 363-373. https://doi.org/10.1128/AAC.41.2.363 PMID: 9021193

57. Hansen E, Woods RJ, Read AF. How to use a chemotherapeutic agent when resistance to it threatens
the patient. PLoS biology. 2017; 15(2): €2001110. https://doi.org/10.1371/journal.pbio.2001110 PMID:
28182734

58. Kinnear CL, Patel TS, Young CL, Marshall V, Newton DW, Read AF, et al. Impact of an antimicrobial
stewardship intervention on within-and between-patient daptomycin resistance evolution in vancomy-
cin-resistant Enterococcus faecium. Antimicrob Agents Chemother. 2019; 63(4): €01800-18 https://
doi.org/10.1128/AAC.01800-18 PMID: 30718245

59. Parry CM, Ho VA, Phuong LT, Van Be Bay P, Lanh MN, Tung LT, et al. Randomized controlled compar-
ison of ofloxacin, azithromycin, and an ofloxacinazithromycin combination for treatment of multidrug-
resistant and nalidixic acid-resistant typhoid fever. Antimicrob Agents Chemother. 2007; 51(3): 819-
825. https://doi.org/10.1128/AAC.00447-06 PMID: 17145784

60. Briggs S, Ellis-Pegler R, Roberts S, Thomas M, Woodhouse A. Short course intravenous benzylpenicil-
lin treatment of adults with meningococcal disease. Intern Med J. 2004; 34(7): 383-387. https://doi.org/
10.1111/j.1445-5994.2004.00601.x PMID: 15271171

61. McKenzie C. Antibiotic dosing in critical illness. J Antimicrob Chemother. 2011; 66(2): 25-31.

62. McFarland LV, Elmer GW, Surawicz CM. Breaking the cycle: strategies for 163 cases of recurrent Clos-
tridium difficile. Am J Gastroenterol. 2002; 97(7): 1769-1775. https://doi.org/10.1111/j.1572-0241.
2002.05839.x PMID: 12135033

63. McFarland LV. Alternative treatments for Clostridium difficile disease: What really works? J. Med. Micro-
biol. 2005; 54(2): 101-111.

64. Imran M, Smith H. A Model of optimal dosing of antibiotic treatment in biofilm. Math Biosci Eng. 2014;
11(3): 547-571. https://doi.org/10.3934/mbe.2014.11.547 PMID: 24506551

65. Gouliouris T, Warne B, Cartwright EJP, Bedford L, Weerasuriya CK, Raven KE. Duration of exposure to
multiple antibiotics is associated with increased risk of VRE bacteraemia: a nested case-control study. J
Antimicrob Chemother. 2018; 73(6): 1692—1699. https://doi.org/10.1093/jac/dky075 PMID: 29548009

66. Agarwal G, Awasthi S, Kabra SK, Kaul A, Singhi S, Walter SD, et al. Three day versus five day treat-
ment with amoxicillin for non-severe pneumonia in young children: a multicentre randomised controlled
trial. BMJ. 2004; 328(7443): 791. https://doi.org/10.1136/bmj.38049.490255.DE PMID: 15070633

67. el Moussaoui R, de Borgie CA, van den Broek P, Hustinx WN, Bresser P, van den Berk GEL et al. Effec-
tiveness of discontinuing antibiotic treatment after three days versus eight days in mild to moderate-
severe community acquired pneumonia: randomised, double blind study. BMJ. 2006; 332(7554): 1355.
https://doi.org/10.1136/bm|.332.7554.1355 PMID: 16763247

68. Uranga A, Espafia PP, Bilbao A, Quintana JM, Arriaga |, Intxausti M, et al. Duration of Antibiotic Treat-
ment in Community Acquired Pneumonia: A Multicenter Randomized Clinical. JAMA Intern Med. 2016;
176(9): 1257-1265. https://doi.org/10.1001/jamainternmed.2016.3633 PMID: 27455166

69. Karageorgopoulos DE, Valkimadi PE, Kapaskelis A, Rafailidis PI, Falagas ME. Short versus long dura-
tion of antibiotic therapy for bacterial meningitis: a meta-analysis of randomised controlled trials in chil-
dren. Arch Dis Child. 2009; 94(8): 607—614. https://doi.org/10.1136/adc.2008.151563 PMID: 19628879

70. McGowan JE. Antimicrobial resistance in hospital organisms and its relation to antibiotic use. Rev Infect
Dis. 1983; 5(6): 1033—1048. https://doi.org/10.1093/clinids/5.6.1033 PMID: 6318289

71.  Avriffin H, Navaratnam P, Kee TK, Balan G. Antibiotic resistance patterns in nosocomial gram-negative
bacterial infections in units with heavy antibiotic usage. J Trop Pediatr. 2004; 50(1): 26-31. https://doi.
org/10.1093/tropej/50.1.26 PMID: 14984166

72. Brook . Inoculum effect. Rev infect Dis. 1989; 11(3): 361-368. https://doi.org/10.1093/clinids/11.3.361
PMID: 2664999

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1008037  August 3, 2020 19/20


https://doi.org/10.1162/106365601750190398
http://www.ncbi.nlm.nih.gov/pubmed/11382355
https://doi.org/10.1162/evco.2007.15.1.1
http://www.ncbi.nlm.nih.gov/pubmed/17388777
https://doi.org/10.1128/AAC.41.2.363
http://www.ncbi.nlm.nih.gov/pubmed/9021193
https://doi.org/10.1371/journal.pbio.2001110
http://www.ncbi.nlm.nih.gov/pubmed/28182734
https://doi.org/10.1128/AAC.01800-18
https://doi.org/10.1128/AAC.01800-18
http://www.ncbi.nlm.nih.gov/pubmed/30718245
https://doi.org/10.1128/AAC.00447-06
http://www.ncbi.nlm.nih.gov/pubmed/17145784
https://doi.org/10.1111/j.1445-5994.2004.00601.x
https://doi.org/10.1111/j.1445-5994.2004.00601.x
http://www.ncbi.nlm.nih.gov/pubmed/15271171
https://doi.org/10.1111/j.1572-0241.2002.05839.x
https://doi.org/10.1111/j.1572-0241.2002.05839.x
http://www.ncbi.nlm.nih.gov/pubmed/12135033
https://doi.org/10.3934/mbe.2014.11.547
http://www.ncbi.nlm.nih.gov/pubmed/24506551
https://doi.org/10.1093/jac/dky075
http://www.ncbi.nlm.nih.gov/pubmed/29548009
https://doi.org/10.1136/bmj.38049.490255.DE
http://www.ncbi.nlm.nih.gov/pubmed/15070633
https://doi.org/10.1136/bmj.332.7554.1355
http://www.ncbi.nlm.nih.gov/pubmed/16763247
https://doi.org/10.1001/jamainternmed.2016.3633
http://www.ncbi.nlm.nih.gov/pubmed/27455166
https://doi.org/10.1136/adc.2008.151563
http://www.ncbi.nlm.nih.gov/pubmed/19628879
https://doi.org/10.1093/clinids/5.6.1033
http://www.ncbi.nlm.nih.gov/pubmed/6318289
https://doi.org/10.1093/tropej/50.1.26
https://doi.org/10.1093/tropej/50.1.26
http://www.ncbi.nlm.nih.gov/pubmed/14984166
https://doi.org/10.1093/clinids/11.3.361
http://www.ncbi.nlm.nih.gov/pubmed/2664999
https://doi.org/10.1371/journal.pcbi.1008037

PLOS COMPUTATIONAL BIOLOGY

Optimising antibiotic treatment regimens

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

Tan C, Smith RP, Srimani JK, Riccione KA., Prasada S, Kuehn M, et al. The inoculum effect and band-
pass bacterial response to periodic antibiotic treatment. Mol Syst Biol. 2012; 8(1).

Karslake J, Maltas J, Brumm P, Wood KB. Population density modulates drug inhibition and gives rise
to potential bistability of treatment outcomes for bacterial infections. PLOS Comput Biol. 2016; 12(10):
€1005098. https://doi.org/10.1371/journal.pcbi.1005098 PMID: 27764095

Udekwu KI, Parrish N, Ankomah P, Baquero F, Levin BR. Functional relationship between bacterial cell
density and the efficacy of antibiotics. J Antimicrob Chemother. 2009; 63(4): 745—757. https://doi.org/
10.1093/jac/dkn554 PMID: 19218572

Bonhoeffer S, Lipsitch M, Levin BR. Evaluating treatment protocols to prevent antibiotic resistance. P
Natl Acad Sci USA. 1997; 94(22): 12106-12111.

Alvarez MP, Simén M, Sanchez S, Apaloaza I, Prieto J. Pharmacovigilance study of azithromycin tab-
lets (500 mg) in the treatment of adult patients with respiratory tract infections. Rev Esp Quimioter.
2000; 13(3): 297-305. PMID: 11086281

Kardas P, Ratajczyk-Pakalska E. Patient adherence in respiratory tract infections: ceftibuten versus
other antibiotics (particular study). Pol Merkur Lekarski. 2001; 10(60): 445-449. PMID: 11503260

Kardas P. Patient compliance with antibiotic treatment for respiratory tract infections. J Antimicrob Che-
mother. 2002; 49(6): 897-903. https://doi.org/10.1093/jac/dkf046 PMID: 12039881

Li SC. Factors affecting therapeutic compliance: A review from the patient’s perspective. Ther Clin Risk
Manag. 2008; 4(1): 269-286. https://doi.org/10.2147/tcrm.s1458 PMID: 18728716

Brown EM, Nathwani D. Antibiotic cycling or rotation: a systematic review of the evidence of efficacy. J
Antimicrob Chemother. 2005; 55(1): 6-9. https://doi.org/10.1093/jac/dkh482 PMID: 15531594

van Duijn PJ, Bonten MJ. Antibiotic rotation strategies to reduce antimicrobial resistance in gram-nega-
tive bacteria in European intensive care units: study protocol for a cluster-randomized crossover con-
trolled trial. Trials. 2014; 15(1): 277.

PLOS Computational Biology | https://doi.org/10.1371/journal.pcbi.1008037  August 3, 2020 20/20


https://doi.org/10.1371/journal.pcbi.1005098
http://www.ncbi.nlm.nih.gov/pubmed/27764095
https://doi.org/10.1093/jac/dkn554
https://doi.org/10.1093/jac/dkn554
http://www.ncbi.nlm.nih.gov/pubmed/19218572
http://www.ncbi.nlm.nih.gov/pubmed/11086281
http://www.ncbi.nlm.nih.gov/pubmed/11503260
https://doi.org/10.1093/jac/dkf046
http://www.ncbi.nlm.nih.gov/pubmed/12039881
https://doi.org/10.2147/tcrm.s1458
http://www.ncbi.nlm.nih.gov/pubmed/18728716
https://doi.org/10.1093/jac/dkh482
http://www.ncbi.nlm.nih.gov/pubmed/15531594
https://doi.org/10.1371/journal.pcbi.1008037

