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The efficacy of antibiotic treatments targeting polymicrobial communities is not well predicted by conventional in vitro

susceptibility testing based on determining minimum inhibitory concentration (MIC) in monocultures. One reason for this is that
inter-species interactions can alter the community members’ susceptibility to antibiotics. Here we quantify, and identify
mechanisms for, community-modulated changes of efficacy for clinically relevant antibiotics against the pathogen Pseudomonas
aeruginosa in model cystic fibrosis (CF) lung communities derived from clinical samples. We demonstrate that multi-drug resistant
Stenotrophomonas maltophilia can provide high levels of antibiotic protection to otherwise sensitive P. aeruginosa. Exposure
protection to imipenem was provided by chromosomally encoded metallo-B-lactamase that detoxified the environment; protection
was dependent upon S. maltophilia cell density and was provided by S. maltophilia strains isolated from CF sputum, increasing the
MIC of P. aeruginosa by up to 16-fold. In contrast, the presence of S. maltophilia provided no protection against meropenem,
another routinely used carbapenem. Mathematical ordinary differential equation modelling shows that the level of exposure
protection provided against different carbapenems can be explained by differences in antibiotic efficacy and inactivation rate.
Together, these findings reveal that exploitation of pre-occurring antimicrobial resistance, and inter-specific competition, can have
large impacts on pathogen antibiotic susceptibility, highlighting the importance of microbial ecology for designing successful

antibiotic treatments for multispecies communities.

The ISME Journal; https://doi.org/10.1038/s41396-021-01130-6

INTRODUCTION

Antibiotics are a vital tool in the treatment of bacterial infections.
However, predicting the outcome of antibiotic treatment of
polymicrobial infections is challenging due to the complex and
multifaceted inter-microbial and host-pathogen interactions that
occur [1]. Identifying pathogens that contribute to disease and
antimicrobials that are efficient against them is a key first step to
reducing pathogen load [2]. As a result, in vitro antibiotic
susceptibility testing using the minimum inhibitory concentration
(MIQ), the lowest concentration of an antibiotic required to inhibit
the growth of a bacterial strain during standardised monocultures
[3], is a critical tool to inform decisions on both the choice and
dosage of antibiotic interventions. However, MIC testing is not
reflective of the true conditions that bacteria face during infection,
where the antibiotic susceptibility of a strain can be reduced or
magnified by abiotic and biotic factors, i.e., its ecological context.
For example, high cell density can significantly reduce the
susceptibility of bacteria to antibiotics, referred to as the ‘inoculum
effect’ in MIC testing [4-6]. Nutritional environments that more
closely resemble the site of infection can also increase MIC of
bacterial strains above clinical breakpoints of resistance [7].
Similarly, biofilm formation can profoundly alter MIC

measurements due to an increase in tolerance through reduced
antibiotic penetration, reduced growth rates and altered stress
responses [8-11], leading to alternative susceptibility measures
such as minimal biofilm eradication concentration and minimal
biofilm inhibitory concentration [12, 13]. Another key limitation of
MIC testing is the lack of microbial community context, i.e., the
effect of intra- and inter-species interactions within a bacterial
community, which could alter the response of its members to
antibiotic treatments [14]. As a result, antibiotic sensitivity should
be considered as an emergent property in polymicrobial infections
determined by both the genetic properties of the pathogen,
physical environment—including the host immune system—and
the surrounding microbial community [14]. Disregarding this
biological complexity could partly explain why conventional
susceptibility testing poorly translates to successful clinical
outcomes, particularly during the treatment of complex poly-
microbial infections [15, 16].

Mounting evidence shows that inter-species interactions within
microbial multispecies communities, which are particularly com-
mon during polymicrobial infection, can alter the susceptibility of
its members to antibiotics [17-19]. These interactions could
increase a species’ ability to survive antibiotic treatment if
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surrounding species confer a protective effect [20]. For example,
coculturing members of synthetic fruit fly gut communities led to
increases in tolerance to antibiotics in Acetobacter species due to
physiological responses to changes in pH due to the community
composition [19]. The secretion of exoproducts by a community’s
members can also alter sensitivity to antibiotic treatments; for
example, the secreted Staphylococcus aureus streptococcal protein
A enhances the biofilm production of Pseudomonas aeruginosa
leading to increased tobramycin resistance [21]. Reciprocally, P.
aeruginosa exoproducts, 4-hydroxy-2-heptylquinoline-N-oxide and
siderophores, protect S. aureus from vancomycin by shifting its
metabolism from respiration to fermentation resulting in reduced
growth and increased tolerance [22]. Antibiotic inactivation via
intracellular antibiotic modification [23], or extracellular hydrolysis
[24], can likewise provide protection to sensitive members of
synthetic multispecies communities. Alternatively, competitive, or
antagonistic interactions, could increase a pathogen’s suscept-
ibility to antibiotics, by altering population dynamics or rate of
resistance evolution. For example, inter-species interactions may
act synergistically with antibiotics to increase their efficacy [16] by
disrupting cross-feeding networks [25], or driving the evolution of
susceptibility in otherwise resistant strains [26]. Quantification of
the effects of inter-species interactions may help to adapt existing
antibiotic treatments to tackle pathogens embedded in multi-
species communities.

The association between in vitro antibiotic susceptibility testing
and clinical response [15, 27, 28] is lacking in lung infections of
patients with cystic fibrosis (CF), partly because the complexity of
the CF lung environment is not captured during conventional
antibiotic susceptibility testing. A potential reason for this is that
CF lung infections are typically polymicrobial, containing multiple
different opportunistic pathogens, such as P. aeruginosa, Haemo-
philia influenzae, S. aureus or Stenotrophomonas maltophilia that
can each contribute towards disease [29]. P. aeruginosa is the most
common pathogen to chronically infect the CF lung [30] and
infections result in prolonged inflammation, bronchiectasis and
ultimately respiratory failure [31]. P. aeruginosa infections are
treated with antipseudomonal antibiotics; however, the impact of
coinfecting species upon the outcome of treatment remains
poorly understood. Here, we chose to focus on the role of S.
maltophilia, which is intrinsically multi-drug resistant [32] to most
antibiotics used to treat P. aeruginosa infections, and estimated to
infect between 9 and 18% of CF patients [33]. The impacts of S.
maltophilia on P. aeruginosa infections are currently poorly
understood and there is a lack of consensus about its contribution
to disease [34], even though coinfections with P. aeruginosa are
rising in prevalence [35-37]. At the Copenhagen Rigshospitalet, S.
maltophilia has been observed as a marker for lung function
decline due to the increased likelihood of secondary P. aeruginosa
infections [38]. Moreover, S. maltophilia more commonly coinfects
the CF lung together with P. aeruginosa instead of another more
comprehensively studied co-occurring species, S. aureus. As a
result, S. maltophilia and P. aeruginosa coinfections reflect the real-
life clinical situation in the Copenhagen CF Clinic. One explanation
for sustained coinfection between these species could be their
ability to withstand antipseudomonal drug treatments. Impor-
tantly, some resistance mechanisms harboured by S. maltophilia,
such as two chromosomally encoded B-lactamases [39], have the
potential to also provide protection to surrounding sensitive
pathogens by detoxifying the environment [20, 40, 41], thereby
providing exposure protection.

Here we examine how inter-species interactions between P.
aeruginosa and the commonly coinfecting CF species S. mal-
tophilia (including strains isolated from CF sputum samples)
change P. aeruginosa susceptibility to carbapenems, imipenem
and meropenem. Using model communities in environments
mimicking the CF lung in synthetic CF media (SCFM) [42], coupled
with mass-spectrometry and mathematical modelling, we quantify
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and identify drivers of community mediated exposure protection.
Though controlled coculture assays, we demonstrate how intrinsic
B-lactamase production by S. maltophilia can provide antibiotic
exposure protection to P. aeruginosa. Although antibiotic protec-
tion via B-lactamase has been observed previously, here we
demonstrate how this effect can directly confound clinically
relevant treatments, helping to explain why clinical susceptibility
of P. aeruginosa is poorly correlated with successful outcomes
during the treatment of polymicrobial CF lung infections. Our
results show that the ability to survive antibiotic treatment is an
emergent community-level property and that the members of CF
lung microbiota could either magnify or attenuate the efficacy of
antibiotic treatments targeting P. aeruginosa.

RESULTS

S. maltophilia provides imipenem exposure protection to P.
aeruginosa

We first tested if the S. maltophilia K279a strain was able to detoxify
the carbapenem imipenem and allow the subsequent growth of
sensitive P. aeruginosa PAO1. In monoculture, the expression of a
chromosomally encoded metallo-L1-3-lactamase, bla,,;, provides
K279a with resistance to imipenem (MIC of 256 ug/ml, Fig. 1a),
whereas PAO1 is sensitive to imipenem treatment (MIC 2 pg/ml,
Fig. 1a). To determine if intrinsic B-lactamase production by S.
maltophilia can sufficiently detoxify imipenem in the SCFM growth
media, we measured PAO1 growth in the supernatant of S.
maltophilia cultured in the presence of imipenem for 24 h. As a
negative control, the susceptible S. maltophilia strain K279a ampRF>
was used, which contains a frameshift in ampR, the positive
regulator of bla., rendering it unable to express bla,; [39].
Culturing wild-type K279a in up to 32 ug/ml imipenem permitted
the subsequent growth of PAO1, providing significantly higher
levels of protection than the K279a ampR™ susceptible strain or
the no inoculum nesgative control (Fig. 1b, post hoc Tukey tests:
K279a:K279a ampR™ p <0.0001, K279a:No Inoculum p < 0.0001).
Even though the MIC of PAO1 increased in the supernatant of the
sensitive K279a ampR™ mutant, the increase was not significantly
different from growth in the supernatant of PAO1 or a no inoculum
control (Fig. 1b, ANOVA: F3,0=93.12, p <0.001, post hoc Tukey
tests: PAO1:No Inoculum p = 0.858, K279a ampR"™:No Inoculum p
=0.386). As a result, this difference in MIC was likely due to the
natural breakdown of imipenem during the incubation period.
These results suggest that K279a was able to detoxify the
environment by inactivating imipenem via the expression of L1-
B-lactamase and thus allowing the survival of PAO1 at otherwise
lethal concentrations of imipenem.

To confirm the breakdown of antibiotic, changes in concentra-
tions of imipenem were measured in monoculture of resistant
K279a strains using LCMS after 24 h of growth (Fig. 1c). In the
absence of K279a, the concentration of imipenem decreased
naturally to approximately one quater of the initial concentration
(Fig. 1c), reflecting the increase in survival of PAO1 observed in the
supernatant protection assays without K279a inoculum. In
contrast, the presence of K279a resulted in a 97.9% mean
reduction in imipenem concentration across all concentrations
tested (Fig. 1c). This confirms that K279a is highly effective at
hydrolysing imipenem, permitting the growth of PAOT once the
environment has been detoxified.

We next tested whether the inactivation of imipenem by S.
maltophilia could provide exposure protection to P. aeruginosa in
cocultures. Key benefits of this approach are that cocultures consider
both the rate of antibiotic inactivation by the resistant member of the
community and the rate of killing of the sensitive member of the
community by the antibiotic. Moreover, direct and indirect competi-
tion between the two species may limit the potential benefit that the
sensitive species can gain from the resistant protector, which would
not be observed in supernatant assays. Coculture MIC assays were
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Fig. 1 PAO1 exposure protection to imipenem is provided by S. maltophilia. a Imlpenem MIC curves for P. aeruginosa PAO1 (orange line),

resistant S. maltophilia K279a (black line) and susceptlble S. maltophilia K279a ampR*®

strains (grey line). b Assay to detect the inactivation of

imipenem by K279a. The ability of PAO1 to grow in sterile filtered supernatant following 24 h incubation/growth in the presence of imipenem
with no inoculum, K279a, K279a ampR™ or PAO1. Line colours represent the inoculum of the initial round of growth from which the
supernatant was sourced. ¢ Measured concentration of imipenem by LCMS in sterile filtered supernatant foIIowmg 24 h incubation/growth
with no inoculum or K279a (n = 1). d Growth of PAO1 while in coculture with either K279a or K279a ampR™ during imipenem treatment,
orange line shows PAO1 monoculture control. The horizontal dashed line shows the initial inoculum density of PAO1 (5 x 10> CFU/ml), points
above this line show population growth. a and b bold lines show mean and d the median of six biological replicates that are represented by
narrow lines of the same colour. a and b shaded areas show standard deviations (n = 6).

conducted replicating the conventional broth microdilution MIC
protocol, with the addition of a S. maltophilia competitor, which was
added at a ratio of 10:1 to PAO1 cells (~5x 10° CFU/ml, K279a or
K279a ampR™ inoculated with 5 x 10° PAO1). When in coculture with
K279a, PAOT was able to survive at increased concentrations of
imipenem, up to 16 pg/ml (Fig. 1d), which is greater than the EUCAST
clinical breakpoint for resistance (>4 ug/ml). Notably, although the
variance of PAO1 MIC during coculture with K279a was greater than
in monoculture, PAO1 was able to maintain a growth at imipenem
concentrations that would have otherwise been lethal across all
replicates. Growth of P. aeruginosa above lethal concentrations was
not due to the evolution of resistance as PAO1 isolated from
cocultures remained sensitive to 4 ug/m imipenem in monoculture.
Moreover, supernatant of S. maltophilia cultures grown in the
absence of imipenem (Supplementary Figs. ST and S2), or heat
inactivated S. maltophilia (Supplementary Fig. S3), did not provide
any additional protection to PAO1, showing that actively growing
cocultures were required for exposure protection. In contrast,
coculture with the P-lactamase-deficient mutant K279a ampR™
increased the sensitivity of PAO1 to imipenem compared to PAO1 in
monoculture potentially due to competition (Fig. 1d). Together, these
results show that PAOT can benefit from the intrinsic B-lactam
resistance encoded by S. maltophilia K279a in cocultures, permitting
a subpopulation of sensitive P. aeruginosa to survive above its
monoculture MIC.

As exposure protection to imipenem relies on inactivating the
antibiotic, resistance mechanisms that do not alter the environ-
mental concentration of the antibiotic would not be expected to
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provide protection to susceptible species. To test this hypothesis,
we examined the extent of protection provided by S. aureus to
colistin (Supplementary Fig. S4). The Gram-positive bacterium S.
aureus is intrinsically resistant to colistin due to the lack of an
outer membrane or LPS (Supplementary Fig. S4a) and therefore,
unlike the intrinsic carbapenem resistance of S. maltophilia, the
concentration of colistin in the growth environment is unaltered
by the presence of S. aureus. As expected, coculturing PAO1 with
S. aureus did not provide protection from colistin. Rather, the
presence of S. aureus made PAO1 more susceptible to colistin,
decreasing its MIC by half from 4 to 2 ug/ml (Supplementary Fig.
S4b), a similar effect to the presence of sensitive K279a ampR'>
during coculture in the presence of imipenem. Thus, a reduction in
the environmental concentration of antibiotic by an intrisically
resistant coinfecting species is required to provide exposure
protection to sensitive P. aeruginosa.

Exposure protection to imipenem is density dependent

MIC values are often strongly dependent upon the initial cell
density of the culture, with high populations densities elevating
measured MIC values, known as the inoculum effect [4]. The
inoculum effect is particularly expected with B-lactams where
resistance via hydrolytic inactivation benefits the whole population
[43], but it has also been observed with other classes of antibiotics
[6]. We hence expected that increasing S. maltophilia densities
should provide greater protection to P. geruginosa. To test this
hypothesis, we manipulated the initial inoculum density of
resistant K279a strain covering four orders of magnitude (~10* to

SPRINGER NATURE
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Fig. 2 PAO1 exposure protection is dependent on the initial
density of resistant K279a. The MIC of PAO1 for imipenem plotted
against the initial density of resistant K279a or susceptible K279a
ampR™® strains. MIC was defined as the concentration of imipenem
required to reduce PAO1 growth to below 5% of that in the absence
of antibiotic 24 h post inoculation, calculated from broth microdilu-
tion cocultures (PAO1 density measured by relative fluorescence; see
Supplementary Fig. S5). Points show six independent biological
replicates for each condition (five replicates for K279a ampR™™ at 107
CFU/ml). Stars show a significant difference from the No-Competitor
control (*p<0.05, **p<0.001), Wilcoxon Rank Sum with
Holm-Bonferroni correction was used for multiple comparisons.

~107 CFU/ml) while maintaining the initial inoculum density of
PAO1 the same at 5 x 10° CFU/ml. A low K279a inoculum density of
10* CFU/ml did not provide any protection to PAO1, with no
significant difference in MIC between the no-competitor control
and coculture treatments (Wilcoxon Rank Sum, Holm-Bonferroni
correction, W=15, p=0.878, Fig. 2). Increasing the K279a
inoculum density significantly increased the MIC of PAOT (Fy 45 =
75.11, p < 0.001, adjusted R? = 0.665), with a maximum PAO1 MIC
of 32 ug/ml when in coculture that was inoculated with 107 CFU/ml
K279a (Fig. 2 and Supplementary Fig. S5). In contrast, no increase in
PAO1 MIC was observed at any of the susceptible K279a ampR™
strain inoculum densities (F; 43 =0.557, p=0.471, R% =0.021).
Together, these results show that the protection was dependent
upon the expression of (-lactamase by S. maltophilia, and that
higher levels of imipenem protection were obtained with
increasing S. maltophilia density.

Exposure protection depends on the antimicrobial dose-
response and rate of antimicrobial inactivation

To determine if protection via S. maltophilia L1-B-lactamase was
general to other carbapenems, we tested the ability of K279a to
provide protection to another commonly used antipseudomonal
carbapenem, meropenem. As with imipenem, S. maltophilia is
intrinsically resistant to meropenem due to the induced expression
of L1 B-lactamase (MIC of 64 pug/ml, Fig. 3a), while the bla, ;-deficient
mutant K279a ampR™ is more sensitive (MIC of 4 ug/ml; Fig. 3a) and
PAO1 the most sensitive to meropenem (MIC of 0.5 ug/ml, Fig. 3a).
Coculturing PAO1 with K279a did not affect the MIC of PAO1
(Fig. 3b). However, the expression of bla,; by K279a compensated for
the negative, competition-mediated effects observed during cocul-
turing with the K279a ampR™ mutant, which decreased the ability of
PAO1 to grow in the presence of meropenem (Fig. 3b). Similarly,
supernatant inactivation assays show that K279a was not able to
sufficiently inactivate meropenem over 24 h to significantly increase
the MIC of PAO1 above 0.5 ug/ml (ANOVA of AUC: F3 50 =2.305, p =
0.108, post hoc Tukey tests: K279a:No inoculum p = 0.606, Fig. 3c).
Together, these results indicate that exposure protection critically
depends on the inhibitory activity of antibiotics, even when they can
be detoxified through the same mechanism.

To develop a quantitative understanding of whether the rate of
antibiotic killing and the shape of the dose-response curve of an
antibiotic are sufficient to explain the difference in exposure
protection dynamics observed between imipenem and merope-
nem, we developed a simple mathematical ordinary differential
equation (ODE) model. The model describes the growth of two
species, an antibiotic sensitive species (S) and an antibiotic-
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areas show standard deviations (n = 6). b the horizontal dashed line
shows the initial inoculum density of PAO1 (5 x 10> CFU/m).

resistant species (R) that inactivates the antibiotic (A). We adapted
an existing ODE model of Lotka-Volterra competition that
captures the ecological dynamics of a two species community
[44, 45] and augmented the model with explicit inclusion of
pharmacodynamic functions to describe antibiotic action on the
sensitive species—the slope of which is described by a Hill-
coefficient (k) [46]—and inactivation of antibiotics by a resistant
species following Michaelis—Menten kinetics. For a full description
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of the model see Supplementary information, Supplementary Figs.
$10-S14, and Supplementary Eqgs. 1-3.

Our main finding was that the extent of exposure protection
provided to the sensitive species increases with higher rates of
antibiotic inactivation and with decreasing antibiotic effect, i.e.,
shallower dose-response curve and reduced killing rate (Fig. 4a).
Steep dose-response curves and high killing rates, which have
previously been shown to be desirable properties of antimicro-
bials to reduce the rate of resistance evolution [47], also reduce
the level of exposure protection provided by antibiotic inactiva-
tion (Fig. 4a). Higher effect antibiotics kill a larger proportion of the
sensitive population before the environment is fully detoxified by
the resistant species, resulting in lower levels of exposure
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protection (Fig. 4b and Supplementary Fig. S11). Likewise, if the
antibiotic inactivation rate is not sufficiently high, the environment
remains toxic to the sensitive species and the presence of
detoxifying species does not significantly increase the MIC of the
sensitive strain (Fig. 4b).

These results show that shallow dose-response curves, low
killing rates and rapid antibiotic inactivation can result in exposure
protection being provided to sensitive species within a commu-
nity. S. maltophilia is able to provide exposure protection to
imipenem as the antibiotic is rapidly inactivated (Fig. 1) and has
shallow dose-response curve when compared to meropenem [48],
resulting in sub-inhibitory concentrations of antibiotic having a
lower effect on P. aeruginosa growth (Fig. 1a). In contrast,
meropenem has a steeper dose-response curve in P. ageruginosa
(Supplementary Fig. S6); this coupled with a reduced rate of
detoxification observed in the supernatant protection assays
(Fig. 3c) results in no exposure protection being provided by S.
maltophilia despite the same mechanism of resistance. The extent
of exposure protection thus depends both on the pharmacoki-
netics, the breakdown of the antibiotic that is influenced by the
community composition, and the pharmacodynamics, the
response of the sensitive species to antibiotic treatment.

Clinical S. maltophilia isolates from CF sputum provide
exposure protection

To set our results into a clinical context, we explored whether S.
maltophilia CF isolates can also provide exposure protection to
PAO1 against imipenem. We isolated seven S. maltophilia isolates
that were culturable in SCFM from sputum samples from seven
Danish CF patients, three of which were found to co-exist with P.
aeruginosa (Supplementary Table S1). The level of exposure
protection provided by the S. maltophilia isolates was strain-
specific (Fig. 5a and Supplementary Fig. S7). Five of the seven S.
maltophilia isolates provided exposure protection to PAO1,
increasing the PAO1 MIC in cocultures between two- and eight-
fold, up to 16 ug/ml (Fig. 5a). The level of protection provided by
these clinical isolates was not associated with their ability to grow
in SCFM, level of imipenem resistance in monocultures (Kendall's
Rank Correlation: 1, =0.175, p=0.133, Supplementary Figs. S8
and S9), or the co-occurrence with P. aeruginosa in the sputum of
patients (Wilcoxon Rank Sum: W =239, p = 0.555). However, lack
of protection could be explained partly by genetic differences
between S. maltophilia isolates. For example, no genes homo-
logous to bla,; were identified within the genome of SM521307,
an isolate that provided little protection to PAO1 (Fig. 5a).
Furthermore, isolate SM518630, which provided no protection to
PAO1, harboured a bla,; gene that was genetically distinct from
K279a and the other CF clinical isolates, only sharing 87% identity
with bla,; of K297a, while the remaining strains shared 99%
identity (Supplementary Table S1). In addition, SM518630
clustered in Group C based on the smeT-smeD intergenic
sequence (remaining six isolates again closely resembled K279a
in Group A; Fig. 5b). It has previously been shown that blay,
activity of strains belonging to smeT-smeD Group C is approxi-
mately one third of the level observed with isolates from Group A
due to low-level constitutive expression of L1 B-lactamase [49].
Together, these findings suggest that while most clinical S.
maltophilia strains could provide high levels of exposure protec-
tion to P. aeruginosa, this effect was S. maltophilia lineage specific,
varying between different CF patients.

DISCUSSION

Here we studied the efficacy of antibiotic treatment of P.
aeruginosa during coculture with the pathogen S. maltophilia that
commonly coinfects the CF lung. We found that coinfecting
species can significantly alter the susceptibility of P. aeruginosa to
antibiotics. During coculture, intrinsically resistant S. maltophilia
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Fig. 5 Exposure protection provided by clinical S. maltophilia CF isolates is lineage specific and varies between patients. a The MIC of
PAO1 to imipenem when cocultured with clinical S. maltophilia isolates originating from different CF patients. MIC was defined as the
concentration of imipenem required to reduce growth to below 5% of that in the absence of antibiotic 24 h post inoculation, calculated from
broth microdilution cocultures, PAO1 density measured by relative fluorescence (see Supplementary Fig. S7 and Methods). Points are coloured
by whether P. aeruginosa was co-isolated along with the S. maltophilia isolate from sputum samples, grey no P. aeruginosa present, black P.
aeruginosa co-isolated with S. maltophilia. Individual MIC curves for each S. maltophilia isolate are presented in Supplementary Fig. S9. Stars
show a significant difference from the No-Competitor control and Wilcoxon Rank Sum with Holm-Bonferroni correction was used for multiple
comparisons (*p < 0.05, **p < 0.001). b An unrooted maximum likelihood phylogeny build using PhyML 3.0 on the smeT-smeD intergenic
region of 76 publicly available S. maltophilia genomes accessible on NCBI together with nine CF S. maltophilia isolates from this study labelled
in bold. The tree labels are coloured by the phylogenetic groups described by Gould et al. (2006), group-representatives K279a (Group A),
N531 (Group B) and J675a (Group C) are labelled in bold. Branch line widths represent percentage bootstrap support, branching for the four

major clades are well supported. The scale bar represents 0.5 substitutions per site within the smeT-smeD intergenic region.

K279a provided density-dependent exposure protection to
sensitive P. aeruginosa, increasing its MIC to imipenem by up to
16-fold. This level of protection was also typically provided by S.
maltophilia strains isolated from the CF sputum due to the intrinsic
expression of a metallo-L1-B-lactamase that detoxified the
environment. Exposure protection was dependent upon both
the efficacy of the antibiotic and the rate of antibiotic inactivation
by the protective species. In contrast, B-lactam sensitive S.
maltophilia or intrinsically colistin-resistant S. aureus magnified
the effect of imipenem and colistin, respectively, likely due to
intensified competition. Together, these results suggest that
rather than being exclusively a property of an individual strain,
antibiotic susceptibility is an emergent property rising from both
the phenotype of the pathogen and its interactions with the
surrounding community.

The antimicrobial susceptivity tests conducted here provide a
more accurate representation of the conditions faced within the
CF lung by considering the effect of the most commonly co-
occurring pathogens during polymicrobial infection. The results
reveal important ecological factors that will contribute to S.
maltophilia-mediated exposure protection within the site of
infection. Firstly, exposure protection by S. maltophilia to
imipenem was only provided during active coculture, as the
expression of S. maltophilia-encoded L1 metallo-f-lactamase is
typically induced by the presence of B-lactams [39]. Secondly, the
protection provided by S. maltophilia was dependent upon its
density, with only high-density S. maltophilia populations provid-
ing significant levels of protection to P. aeruginosa. Together,
these results suggest that for S. maltophilia L1 metallo-B-lactamase
resistance to provide protection to sensitive P. aeruginosa within
the CF lung, the two species must be coinfecting the lung
concurrently and that S. maltophilia must be sufficiently abundant
to detoxify the environment. The ecological context of a
polymicrobial infection, including knowledge of which species
are present at the time of treatment and their abundance, could
therefore be important in the choice of effective treatments
against pathogens embedded within the community. Co-
occurring species were also shown to increases the efficacy of
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antimicrobial treatment during coculture. S. aureus, the second
most common species to infect the CF lung in Europe [50],
increased the sensitivity of P. aeruginosa to colistin, reducing its
MIC by half. This reduction in MIC was observed in coculture as
well as by the monoculture supernatant of S. aureus (Supplemen-
tary Fig. S4c), suggesting that S. aureus secretions increase the
susceptibility of P. aeruginosa to colistin. In a similar manner, P.
aeruginosa exoproducts, LasR endopeptidase and rhamnolipids,
can strengthen the antimicrobial effect of vancomycin and
tobramycin respectively against S. aureus [51]. Such synergistic
interactions between co-occurring species and antibiotic usage
have the potential to play an important role in the change in
community structure over time (i.e., ecological succession) that
occurs in the CF lung [52].

The inactivation of carbapenems by S. maltophilia was not,
however, able to provide protection against meropenem treat-
ment of sensitive P. aeruginosa in our assays. Antibiotic stability,
inactivation rates and efficacy against P. aeruginosa may all have
played a role in the differences in protection against imipenem
and meropenem. Meropenem has greater stability than imipenem
[53], likely resulting in higher levels of exposure for longer periods
of time. In addition, meropenem has a relatively higher
antimicrobial effect on P. aeruginosa than imipenem [48]. These
traits of the antibiotic are likely to act together, resulting in a
greater reduction in P. aeruginosa population prior the protective
benefits of environmental detoxification. In addition, S. maltophilia
resistance to meropenem results from a combination of both
hydrolysis via L1 metallo-B-lactamase and efflux via SmeABC and
SmeDEF efflux pumps, a mechanism of resistance that has
previously been shown to provide no protection to sensitive
bacteria during coculture [41]. Our mathematical model highlights
the importance of both the inactivation rate of the antibiotic by
the resistant species, and the rate of antibiotic killing of the
sensitive species. The steeper the dose-response curve of the
antibiotic is, the faster the antibiotic inactivation rate required to
overcome the initial effect of the antibiotic upon the sensitive
population and ultimately provide protection. These results show
that antibiotic inactivation via B-lactamase production does not
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universally provide exposure protection to sensitive species;
knowledge of antibiotic pharmacokinetics and pharmacody-
namics will therefore be critical in predicting the protective
effects provided against different antibiotics.

In addition to carbapenem resistance, S. maltophilia also
encodes resistance to aminoglycosides via a phosphotransferase
[54] and an acyltransferase [55], and both mechanisms of
resistance inactivate antibiotics intracellularly. Mixed results have
been reported on the ability of intracellular inactivation to provide
protection to sensitive community members; intracellular inactiva-
tion of chloramphenicol via acetyltransferase has previously been
shown to provide cross-species protection [23]. In contrast,
aminoglycoside resistance via adenylyltransferase has been shown
not to provide protection between resistant and sensitive strains
of P. aeruginosa [56]. Whether S. maltophilia can provide
protection against other major classes of antibiotics, such as
aminoglycosides, remains to be tested. However, potential
protection will still likely depend on the two key parameters
described by the model—the rate of inactivation of the antibiotic
and rate of antibiotic killing of the sensitive species.

CF clinical S. maltophilia isolates provided significant levels of
protection against imipenem treatment in most cases, and lack
of protection was associated with the absence or low expression
of bla ;. As of 2018, on an average 8.8% of adults with CF across
Europe were infected with S. maltophilia and the infection rate is
as high as 27.1% in Denmark [38, 50]. While coinfections with S.
maltophilia and P. aeruginosa have been reported to be associated
with poorer clinical outcomes in CF [57], there is no clear
consensus on the clinical impact of S. maltophilia [34, 58, 59]. Due
to the ambiguity in its contribution to disease state and difficulty
in treatment, in the UK S. maltophilia treatment is only advised
where clinical deterioration is present in the absence of other
causes [34]. Our results suggest that S. maltophilia coinfections
could be partly explained by exposure protection to antibiotics,
which may be equally important for P. aeruginosa survival as the
de novo evolution of chromosomal resistance. Interrupting the
interaction between these species will be challenging due to the
difficulty of S. maltophilia treatment: co-trimoxazole is the only
ECAST clinically approved treatment, and L1-beta-lactamase is
resistant to all clinically available beta-lactamase inhibitors [60]. As
a result, other alternative treatments might need to be developed
against S. maltophilia such as phage therapy [61].

Although our study attempts to more closely replicate the
polymicrobial nature of the CF lung, it has a number of limitations.
First, in addition to variation in clinical S. maltophilia isolates, P.
aeruginosa displays a high level of genotypic and phenotypic
diversity, particularly during chronic infection [62-65]. Here we
used the tractable model strain PAO1, which represents an acute,
lung naive P. aeruginosa isolate that is highly competitive. To what
extent changes in competitiveness during diversification and
coevolution alters the dynamics of inter-species exposure protec-
tion requires further work. Second, spatial structure is likely to
have a large impact on the strength of inter-species interactions
for example by privatising protective resistance mechanisms to
clonal patches of spatially segregated populations [66, 671.
Alternatively, multispecies biofilms can significantly increase levels
of tolerance to antibiotics [68] and thereby allow sensitive species
to persist while a resistant species detoxifies the environment.
More widely the inherent compartmentalisation, limited mixing
and spatial structure of the CF lung may result in separate sites of
infection for different species with subsequent mixing only
occurring during expectoration [69]. The use of use of mucin
and DNA to more closely replicate sputum [70, 71], utilising
ex vivo pig lung models to introduce spatial structure [72, 73], or
introducing immune responses in the form of in vivo models [74],
CFTR mutant cell lines or organoids [75] will provide a more
detailed understanding of the inter-species interactions that alter
antibiotic efficacy.
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Our findings demonstrate that antibiotic susceptibility is an
emergent property determined by both the properties of
a pathogen and the ecological context in which susceptivity is
quantified. While previous research has focused mainly the role of
abiotic context, we here show that the presence of other species
can change the pathogen’s susceptibility to therapeutic anti-
biotics. Such interactions will not only alter the efficacy of
antibiotic treatment but can also alter the selective pressure
imposed by antibiotics, potentially leading to alternative trajec-
tories of antibiotic resistance evolution by changing the strength
of antibiotic selection or inducing tolerant cell states [76, 77]. To
understand both antibiotic susceptibility and the subsequent
evolution of resistance within clinical settings, it is important to
consider antibiotic resistance as a community-level trait, which
acknowledges the impact of non-pathogenic species in shaping
pathogens’ responses to antibiotic treatments.

METHODS

Strains and media

All experiments with P. aeruginosa were conducted using a chromosomally
labelled PAOT1 isolate. A dTomato and gentamycin resistance cassette was
inserted at the neutral attB site using Tn7 homologous recombination as
described in Chio and Schweizer [78] using pUC18T-mini-Tn7T-dTomator
vector and pTNS2 helper plasmids provided by Prof. Michael Brockhurst.
Insertion containing strains were isolated on LB plates containing 30 pg/ml
Gentamycin and confirmed by PCR using primers Prn7g plus Pgms.down and
Prn7L + Pgims-ups @s described in Chio and Schweizer [78]. Whole genome
sequencing confirmed that no off-target mutations were introduced
during homologous recombination and that the dTomato and gentamycin
resistance cassette was inserted correctly at the attB site.

S. maltophilia strains used in co-included MIC experiments included
wild-type S. maltophilia K279a with inducible L1 and L2 B-lactamases and
B-lactamases deficient S. maltophilia K279a ampR™ mutant that harbours a
121-bp frameshift inducing deletion within the ampR gene [39]. Both
strains were provided by Prof. Matthew Avison, University of Bristol. In
addition, clinical isolates of nine S. maltophilia were isolated from CF
sputum samples from nine patients; provided by Prof. Helle Krogh
Johansen, Rigshospitalet, Copenhagen; on low salt LB agar plates (NaCl 0.5
g/l) containing 32 pg/ml imipenem, 2.5 ug/ml amphotericin B and 5 pg/ml
vancomycin. In addition, one S. aureus isolate was isolated on mannitol salt
agar from sample 521307. To confirm the species of the isolates 16S rRNA
gene was amplified using the 16SA1 (5-AGAGTTTGATCMTGGCTCAG-3')
and 16SB1 (5-TACGGYTACCTTGTTACGACTT-3) primers, purified and
Sanger sequenced (GATC, LightRun sequencing). All 16S rRNA sequences
of S. maltophilia isolates had >99% identity to K279a. In addition, genomic
DNA was isolated from 1-ml overnight cultures of each clinical isolate using
the Qiagen DNeasy Blood & Tissue extraction kit following the
manufacturer's Gram-negative protocol. Total DNA was sequenced by
MicrobesNG using HiSeq (lllumina) and de novo assembly was performed
using SPAdes version 3.7 [79] and annotated using Prokka [80] (https://
microbesng.com/). All strains were streaked out on to low salt LB agar
plates from 25% glycerol stocks, and single colonies were picked for
subsequent liquid growth. All liquid overnight cultures were inoculated
from individual colonies and growth was conducted at 37 °C and shaken at
180 rpm in 5 ml SCFM, prepared following the protocol outlined in [42]
with the addition of thiamine (1 mg/l), nicotinic acid (1.2 mg/l), calcium
pantothenate (0.25 mg/l) and biotin (0.005 mg/l) to support the growth of
S. aureus [81], unless otherwise stated. All antibiotic stocks were prepared
on the day of use to avoid degradation of the stock solutions. All growth in
96-well plates was conducted at 37 °C with shaking at 550 rpm with an
orbital radius of 3 mm.

smeD-smeT phylogeny construction and bla, ; comparison

The smeD-smeT phylogeny was created using smeD-smeT intergenic
region from 76 publicly available S. maltophilia genomes (GenBank
accession number labelled in Fig. 5b) as well as the group-
representatives described by Gould et al. (2006) K279a (Group A), N531
(Group B) and J675a (Group C) and nine CF S. maltophilia isolates
sequenced in this study. Multiple sequence alignment was conducted
using MUSCLE alignment algorithm in MEGA version X [82] using default
parameters and phylogenetic construction was conducted using PhyML
3.0 maximum likelihood method [83]. The substitution model was
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automatically selected using ‘Smart Model Selection’ Bayesian Information
Criterion [84] and branch support was calculated by bootstrapping 1000
times. The sequence identity of blaL1 genes between K279a and the CF
isolates was determined by blastn using the de novo assemblies as user-
defined databases and K279a bla,; as the query sequence on the NCBI
Genome Workbench [85]. As no homologous gene to K279a bla_, was
identifiable in SM521307, reads were mapped to K279a reference
(AM743169.1) using BWA-MEM [86] and regions of zero coverage were
identified between 2.51 and 2.8 Mb (K279a bla, ; is located at 2,691,975 bp).

MIC measurements

All monoculture-MICs were conducted using the broth microdilution
method in SCFM with six independent replicates per isolate. Overnight
cultures grown in SCFM were inoculated into fresh SCFM containing a two-
fold dilution series of antibiotic in 96-well plates to achieve a final volume
of 200l and a cell density of 5x10° CFM/ml, requiring a 1 in 1500
dilution. Cultures were then incubated for 20h at 37°C. ODgoo Was
measured using a Tecan Infinite Pro 200 microplate reader.

Antibiotic inactivation assay

To test the ability of S. maltophilia to inactivate imipenem during 24 h of
growth in SCFM we inoculated two-fold dilution series of imipenem
(0-128 pg/ml) with either K279a, K279a ampR™ or PAO1 to a density of 5 x
10° CFM/ml in deep-well 96-well plates with a final volume of 800 pl, with
six independent replicates per isolate. In addition, a control plate with no
inoculum was prepared in parallel. These were incubated for 20 h at 37 °C.
Then, 200 pl of the culture was moved into fresh 96-well plates and ODggq
was measured. The remaining 600 pl was centrifuged at 4500 rpm for 10
min to pellet the bacteria, after which 400 ul of supernatant was removed
and passed through 96-well 0.2pum filter microplates (Agilent filter
microplate, 203980-100, Agilent receiver plate 204601-100) by centrifuga-
tion at 3000 rpm for 2 min, 190 pl of each sterile filtered supernatant (6x
per isolate) was then inoculated with 10l of fresh PAO1 overnights
diluted 1:75 in SCFM to give a final dilution of 1:1500 and an approximate
density of 5x 10> CFM/ml. The inoculated supernatant plates were then
incubated for a further 20 h at 37 °C, after which cell density was measured
by ODggo using a Tecan Infinite Pro 200 microplate reader.

LCMS

PAO1 or K279a were inoculated in SCFM containing two-fold dilution series
of imipenem from 0 to 32 pg/ml to an initial density of 5 x 10> CFM/ml in a
96-well plate, with two replicates per isolate. Cultures were incubated for
20 h. In parallel, a 0-32 pg/ml dilution series of uninoculated imipenem in
SCFM was incubated as above. Following incubation, the cultures were
centrifuged at 4500 rpm for 10 min to pellet the bacteria and 150 pl of
supernatant was passed through a 96-well 0.2 um filter microplate. The
supernatants from the same treatment were pooled in preparation for
LCMS. Samples were analysed on an Acquity IClass LC (Waters, Elstree, UK),
which was connected to an Orbitrap Fusion MS (ThermoFisher, Altrincham,
UK). Data were acquired in positive ESl ionisation in DDA mode (alternating
HCD and CID fragmentations) at a cycle time of 0.4 s and master scans at a
resolution of 60 K. The protonated precursor of m/z 300.1 was used to
quantify IMI in the samples, using software package Thermo Xcalibur 4.0;
the MS2 fragments of IMI, 141.9 and 194.9, were used for identification
purposes. Mobile phase A was water with 0.1% acetic acid, B acetonitrile
with 0.1% acetic acid. Phase B started at 0% for 0.2 min, was ramped up to
95% until 7 min, stayed isocratic until 8 min, was brought down to 0% at
8.1 min and stayed there until 9 min. Flow rate was 0.5 ml/min. The column
was a HSS T3 100x2.1, 1.7 (Waters) at 40 °C; injection volume was 2 ul.
Concentrations of imipenem within each sample were calculated using an
imipenem standard curve prepared in SCFM.

Coculture protection assays

To test for changes in susceptibility of PAO1 while in coculture, overnight
cultures of the competitor strains were used to inoculate SCFM in rows of a
96-well plates to finial inoculum density of ~1x10° CFU/ml, with six
independent replicates per competitor strain. Competitors were incubated
at 37 °C with for 6 h, resulting in a competitor density of ~5 x 10° CFU/ml.
In parallel, a separate control plate with no inoculum was prepared and
incubated as above. Following competitor growth, a two-fold dilution
series of antibiotics (imipenem, meropenem or colistin) was added to the
competitor strains to a final concentration of between 0 and 128 ug/ml.
The competitor strain pre-culture plus antibiotic mixes were then
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immediately inoculated with PAO1 to a final density of 5x 10° CFU/ml,
resulting in ~10:1 ratio of competitor to PAO1. The cocultures were
incubated for a further 20 h at 37°C. PAO1 density was then measured
either by plating out the cultures to calculate CFU/ml (Figs. 1d and 3b and
Supplementary Figs. S3 and S4b) or estimated by measuring red
fluorescence signal (Figs. 2, 3c and 5a). For CFU measurements, cocultures
were serial diluted in PBS using a Gilson Platemaster and spotted onto
Pseudomonas Selective Agar plates, which were incubated for 10-16 h
until colony growth was visible. The threshold for detection was ~2 x 10°
CFU/ml. For fluorescence measurements, the RFP signal of the cocultures
was measured using a Tecan Infinite Pro 200 plate reader, with an
excitation wavelength of 552 nm and an emission wavelength of 581 nm.
The gain for each florescent measurement was maintained across all
samples and experiments.

To measure the effect of altering the initial density of S. maltophilia
during coculture, PAO1 susceptibility was tested following the coculture
protection assay protocol as described above with PAO1 density measured
by fluorescence. However, rather than pre-growing the competitor strain
for 6 h, competitor overnight cultures were diluted to the desired density
(1% 10% 1% 10° 1% 10%o0r 1 x 107 CFU/ml) in SCFM prior to the addition of
antibiotic and PAO1 inoculation. Initial densities of S. maltophilia
competitor were confirmed by plating out for single colonies on low salt
LB agar plates.

The ability of heat inactivated S. maltophilia cells to provide protection
to imipenem was conducted following the coculture protection assay
protocol as above; however, prior to the addition of antibiotic and PAO1
inoculum, the 6-h S. maltophilia pre-growth cultures were incubated at
100°C for 10 min, and then allowed to cool to room temperature. The
control treatment of SCFM with no inoculum was also incubated to 100 °C
for 10 min to control for the effect of heating the media. Neat heat
inactivated S. maltophilia culture was plated out for single colonies on low
salt LB agar plates to confirm complete inactivation.

Supernatant protection assays

Monocultures of S. maltophilia, S. aureus or P. aeruginosa were grown in 6
ml of SCFM for 20 h in the absence of antibiotic, with six replicates per
strain. Saturated monocultures were centrifuged at 4500 rpm for 10 min to
pellet the bacteria and the supernatant was removed and passed through
a 0.22-um filter. The sterile supernatant was then used at the growth media
for PAO1 microdilution MIC curves as described above for imipenem and
colistin, with six independent replicates per supernatant source.

Statistics

All statistical analysis was conducted in R 3.6.1. Differences in growth under
antibiotic treatment were calculated by ANOVA of the integral of the
resistance profiles, with subsequent Tukey multiple comparison of means.
Kendall's Rank Correlation was conducted to test for a correlation between
the level of protection provided to PAO1 in coculture with clinical S.
maltophilia isolates and the integral of S. maltophilia MIC curves.

Wilcoxon Rank Sum test was used when normality of data could not be
assumed to test for differences in the MIC of PAO1 in monoculture vs
coculture treatments, using Holm method correction for multiple
comparisons. For the analysis of the effect of density on protection, we
fitted a linear model where inoculum density and competitor were fixed
effects and MIC of PAO1 was the response variable, with log-transformed
MIC and inoculum density.

All CFU data are plotted using the median (thick line) with each
individual replicate plotted (thin lines), all OD and relative fluorescence
data are plotted using the mean (thick line), with each individual replicate
plotted (thin lines) and shaded areas show standard deviations.

DATA AVAILABILITY

All raw data are available on FigShare (https://doi.org/10.6084/m9.figshare.15164295.
v1), and all sequence data generated in this study are accessible at the European
Nucleotide Archive (accession: PRJEB47042).
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