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Transcriptome Analysis of Pseudomonas aeruginosa Biofilm
Infection in an Ex Vivo Pig Model of the Cystic Fibrosis Lung
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ABSTRACT Pseudomonas aeruginosa is the predominant cause of chronic biofilm
infections that form in the lungs of people with cystic fibrosis (CF). These infections
are highly resistant to antibiotics and persist for years in the respiratory tract. One of
the main research challenges is that current laboratory models do not accurately
replicate key aspects of a P. aeruginosa biofilm infection, highlighted by previous
RNA-sequencing studies. We compared the P. aeruginosa PA14 transcriptome in an
ex vivo pig lung (EVPL) model of CF and a well-studied synthetic cystic fibrosis spu-
tum medium (SCFM). P. aeruginosa was grown in the EVPL model for 1, 2, and
7 days, and in vitro in SCFM for 1 and 2 days. The RNA was extracted and sequenced
at each time point. Our findings demonstrate that expression of antimicrobial resist-
ance genes was cued by growth in the EVPL model, highlighting the importance of
growth environment in determining accurate resistance profiles. The EVPL model
created two distinct growth environments: tissue-associated biofilm and the SCFM
surrounding tissue, each cuing a transcriptome distinct from that seen in SCFM in
vitro. The expression of quorum sensing associated genes in the EVPL tissue-associ-
ated biofilm at 48 h relative to in vitro SCFM was similar to CF sputum versus in vitro
conditions. Hence, the EVPL model can replicate key aspects of in vivo biofilm infec-
tion that are missing from other current models. It provides a more accurate P. geru-
ginosa growth environment for determining antimicrobial resistance that quickly
drives P. aeruginosa into a chronic-like infection phenotype.

IMPORTANCE Pseudomonas aeruginosa lung infections that affect people with cystic
fibrosis are resistant to most available antimicrobial treatments. The lack of a labora-
tory model that captures all key aspects of these infections hinders not only research
progression but also clinical diagnostics. We used transcriptome analysis to demon-
strate how a model using pig lungs can more accurately replicate key characteristics
of P. aeruginosa lung infection, including mechanisms of antibiotic resistance and
infection establishment. Therefore, this model may be used in the future to further
understand infection dynamics to develop novel treatments and more accurate
treatment plans. This could improve clinical outcomes as well as quality of life for
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high antibiotic tolerance (2). Biofilm formation creates a spatial organization that
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results in complex cell-to-cell interactions and increased infection population hetero-
geneity (3). Although these infections are widely regarded as the best described and
most studied biofilm infection in medicine, there are no completely effective eradica-
tion strategies (4). There are a number of limitations with the current laboratory mod-
els, and these have impacted research progression (5, 6). The lack of an in vivo-like
growth platform for current susceptibility testing methods to prescribe drugs often
results in poor clinical outcomes (7).

Existing infection models of the CF lung include mouse, ferret, and pig models, as
well as biofilms formed on beads or epithelial cultures and laboratory sputum media
designed to mimic human CF sputum. The variety of different models, each capturing
different features of CF lung infection, has led to RNA sequencing (RNA-seq) studies
that aim to identify the transcriptomic aspects of P. aeruginosa chronic biofilm infec-
tion not captured by current work (8, 9). This approach has highlighted the importance
of growth environment in determining P. ageruginosa traits involved in virulence and
persistence and antimicrobial resistance (AMR), key considerations for treating CF lung
infections (8-10). A quantitative computational framework using transcriptomic data
for the evaluation of human infection model accuracy has also been developed (5).
This work found that an in vitro CF epithelial cell model and a revised version of a spe-
cific synthetic cystic fibrosis sputum medium (SCFM2) both resulted in P. aeruginosa
gene expression more comparable to the P. aeruginosa transcriptome from human CF
sputum than other models tested. The key aspects of in vivo metabolism captured
included fatty acid and phospholipid metabolism in the epithelial cell model, and
nucleoside and nucleotide metabolism in SCFM2. However, there are aspects of infec-
tion that are not reproduced by these two models. Alginate production and quorum
sensing (QS)-associated genes were among the genes that caused the biggest distinc-
tion between in vitro and in vivo transcriptomes (both overexpressed in vitro) (5). Both
alginate and QS are directly linked to P. aeruginosa persistence and virulence (11, 12);
thus, there is a crucial gap in our ability to reproduce CF-like phenotypes in the
laboratory.

We have developed an ex vivo pig lung (EVPL) model of the CF lung environment
that replicates key phenotypic aspects of P. aeruginosa chronic biofilm infection (13-
16). We aimed to assess the P. aeruginosa transcriptome as biofilm infection establishes
in the EVPL model, to determine the extent to which the model accurately replicates P.
aeruginosa gene expression during human CF infection. We show that the EVPL model
creates two environments that are distinct from SCFM in vitro growth and that it cues
patterns of P. aeruginosa gene expression that are more comparable to those seen in
human infection. When the transcriptome of P. aeruginosa grown as a biofilm on the
EVPL tissue is compared with that of P. aeruginosa in SCFM in vitro, the changes in
expression of key metabolic pathways, quorum sensing-controlled virulence determi-
nants, and genes linked to antibiotic resistance are similar to those observed when the
P. aeruginosa transcriptome in vivo in CF infection is compared with the in vitro
transcriptome.

RESULTS

The EVPL model comprises two environments: the bronchiolar lung tissue surface
(lung) and the SCFM that surrounds the tissue (surrounding SCFM) to mimic the lumi-
nal mucus in the human CF lung (see Fig. S1). We aimed to determine the changes in
the P. aeruginosa PA14 transcriptome cued by growth as either tissue-associated bio-
film or, in the surrounding SCFM of the EVPL model, compared with SCFM in vitro.
PA14 was grown in the EVPL model and in SCFM alone for 7 days, and comparisons
were made at two time points (24 h and 48 h; we could not recover sufficient mRNA
from 7-day populations in SCFM in vitro). We used these comparisons to address the
overall question: does biofilm growth on pig bronchiolar tissue better replicate the P.
aeruginosa transcriptome observed in human infection than growth in SCFM in vitro?
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EVPL tissue surface maintains viable P. aeruginosa populations for longer than
SCFM in vitro. P. aeruginosa PA14 was grown on 3 replica tissue sections from each of
two independent lungs for 24 h, 48 h, or 7 days. RNA was extracted from the lung-asso-
ciated biofilm and the surrounding SCFM for each sample. RNA was also extracted at
the same time points from PA14 grown in SCFM in vitro. At 7 days, RNA concentrations
sufficient for sequencing could not be consistently obtained from P. aeruginosa grown
in vitro (Table S1 in the supplemental material). However, sufficient P. aeruginosa RNA
was obtained from lung tissue-associated biofilm at this time point. We confirmed that
PA14 was still viable on the lung tissue at 7 days postinfection (Pl) (Fig. S2) and did not
appear to be visibly “stressed” as seen for in vitro cultures (rounding of cells; Fig. S3).
Hence, RNA from lung tissue-associated biofilms was sequenced from 24 h, 48 h, and 7
days PI, but RNA from in vitro cultures and the SCFM surrounding lung tissue was
sequenced from 24 h and 48 h only.

CFU were measured from representative repeats for each condition used for RNA-
seq to check for consistent growth between environments (Fig. S4). The presence of
PA14 was confirmed by distinct morphology on the Luria-Bertani (LB) agar plates used
to determine CFU. Briefly, recovered CFU was comparable between in vitro SCFM and
the lung tissue at 24 h and 48 h PI, and this density was maintained at 7 days Pl on the
lung tissue. The CFU ml~" recovered from the surrounding SCFM was approximately
one log,, higher than that recovered from either the tissue-associated biofilm or in
vitro cultures at both 24 h and 48 h Pl. However, across all environments and time
points, the PA14 CFU was consistent with the high densities and variability of CFU that
are recovered from people with CF (Fig. S4): chronic P. aeruginosa lung infection has an
expected bacterial load of 108 to 10" ml~" (17).

P. aeruginosa transcriptome analysis reveals distinct niches in the EVPL model
compared with in vitro SCFM, and distinct changes in transcriptome over time.
Following initial data preparation, all reads from EVPL environments (lung and sur-
rounding SCFM) were aligned to the pig genome to exclude any contaminating por-
cine RNA. There were = 1% of reads aligned to the pig genome across all samples (me-
dian 0.09%; see Table S2). Subsequently, remaining EVPL model reads and in vitro
SCFM reads were successfully aligned to the P. aeruginosa PA14 genome (median
98.9%; Table S2), proving the bacterial RNA extracted was predominantly P. aeruginosa
PA14. This confirmed that there were few metabolically active endogenous microbes
present in the EVPL tissue.

Initial principal-component analysis (PCA), considering 5829 genes, demonstrated
that the different environments in the EVPL model resulted in distinct P. aeruginosa
PA14 expression profiles (Fig. 1A). This suggests that the environmental cues the bacte-
ria encounter may differ between lung tissue-associated biofilm and the airway mucus,
resulting in two distinct infection populations. There was also a difference in how
expression changed over time when PA14 was grown in the EVPL model or in SCFM in
vitro. As shown in Fig. 1A, the shift in the first two principal components from 24 h to
48 h (and 7 days in the lung-associated biofilm) followed opposite directions for ex
vivo growth compared with SCFM in vitro. This highlights that as well as distinct overall
differences in P. geruginosa gene expression between the three environments, there
was also a difference in how the expression profile changed over time as the popula-
tions established. Subsequent Pearson’s correlation coefficient analysis (r > 0.9 for all
comparisons) and hierarchical clustering (Fig. 1B) showed that the transcriptome of
PA14 grown on lung tissue at the two later time points (48 h and 7 days) was distinct
from PA14 in the surrounding SCFM at 24 h, and growth in SCFM in vitro at both time
points (Fig. 1B).

Differential expression analysis was then performed to identify significant differen-
tially expressed genes (DEGs) for each contrast (P < 0.05, log, fold change = |1.5|).
Comparison of the two ex vivo environments (lung and surrounding SCFM) and in vitro
SCFM at 24 h and 48 h Pl found a number of significant DEGs shared between lung-
associated biofilm and surrounding SCFM. There were also many significant DEGs spe-
cific to each EVPL model environment (Fig. 1C). Similar numbers of genes were
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FIG 1 Initial investigation of the Pseudomonas aeruginosa PA14 transcriptome across 3 environments: in vitro synthetic cystic fibrosis sputum media (SCFM)
and the two niches in the ex vivo pig lung model: lung tissue surface (lung) and the SCFM surrounding the lung tissue (surrounding SCFM), based on the
whole genome (n = 5829 genes). (A) Principal-component analysis (PCA) considering all genes. Each environment is shown by a different color and each
time point shown by different shaped points (see key). The 95% confidence ellipses are shown. Individual data points represent each RNA sample; three
tissue pieces from each of two independent pig lungs were used for the EVPL model environments at each time point, and three replica in vitro SCFM
cultures were sequenced per time point. (B) Heatmap showing hierarchical clustering analysis and the Pearson’s correlation coefficient value between each
sample (all r > 0.9). The P. aeruginosa PA14 growth environment and infection time for each sample is shown by different combinations of colors (see
key). (C) Venn diagrams of the number of significant differentially expressed P. aeruginosa PA14 genes (DEGs) from each contrast, using threshold values of
P < 0.05 and log, fold change = [1.5|. The shared DEGs are genes that are either underexpressed or overexpressed in both the lung and surrounding
SCFM versus in vitro SCFM. Genes that were significant DEGs in both contrasts at each time point, but in opposite directions, are not considered to be
shared between both contrasts. The full list of significant DEGs is provided in the data supplemental material.
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significantly differentially expressed in both the lung-associated P. aeruginosa biofilm
population and surrounding SCFM, compared with in vitro, at 24 h Pl (663 and 568
genes, respectively). Of these, 264 significant DEGs were common to both populations.
At 48 h PI there was a comparable number of DEGs shared between the lung and sur-
rounding SCFM, versus in vitro SCFM, to 24 h (Fig. 1C). However, the overall number of
significant P. aeruginosa DEGs in the lung tissue biofilm compared with in vitro SCFM
had increased (1,296 genes) (Fig. 1C). This trend was not observed in the surrounding
SCFM (decrease to 379 overall DEGs; 90 unique). These findings reveal clear differences
in PA14 gene expression between the EVPL model and in vitro SCFM and indicate that
this difference grows as the biofilm establishes over time on the lung tissue surface.
The difference is maintained from 48 h to 7 days PI, with these time points appearing
to be more comparable in the number of significant DEGs than 24 h versus 7 d (Fig.
S5). In contrast, the significant difference between in vitro growth and the surrounding
SCFM population appears to reduce over time. This indicates that as a P. aeruginosa
biofilm infection establishes in the EVPL model, the difference between the PA14 tran-
scriptome in the surrounding SCFM and in vitro SCFM becomes less distinct, while the
difference between lung-associated biofilm and in vitro becomes more distinct.

Gene expression differences in EVPL tissue-associated P. aeruginosa biofilms
versus in vitro SCFM growth demonstrate functional importance. Differential
expression analysis found significant differences in the P. aeruginosa transcriptome
depending on whether it was growing as a biofilm associated with pig lung tissue, in
the SCFM surrounding the lung tissue, or in vitro in SCFM. We therefore determined
the functional importance of these differences at the two time points that we were
able to study across all 3 environments: 24 h and 48 h Pl. KEGG pathway enrichment
analysis identified multiple pathways that were significantly enriched (P < 0.05) in the
contrasts between both EVPL environments and in vitro SCFM growth at 24 h PI,
including quorum sensing (both P < 0.05; see Fig. S6 for full results). There were also
significant KEGG pathways unique to each comparison: cationic antimicrobial peptide
resistance and biofilm formation were significantly enriched in the lung-associated bio-
film compared with in vitro SCFM (both P < 0.05). The results indicated that the signifi-
cant DEGs between comparisons have functional context that may cause different
infection phenotypes.

Gene ontology (GO) term analysis was then performed to provide more detailed
functional information (significantly enriched: P < 0.05). Fig. 2 shows the PA14 biologi-
cal process GO terms that were significantly enriched in the lung-associated biofilm
and surrounding SCFM compared with in vitro SCFM, at 24 h and 48 h Pl. The number
of significantly enriched GO terms increases over time in the lung versus in vitro SCFM;
however, it decreases in the surrounding SCFM comparison (Fig. 2). This is consistent
with our previous conclusion that there was a reduction in number of significant DEGs
in surrounding SCFM versus in vitro SCFM from 24 h to 48 h PI, and an increase in sig-
nificant DEGs in the lung-associated biofilm (Fig. 1C). Additionally, the GO term
“response to abiotic stimulus” was significantly enriched in the surrounding SCFM
compared with in vitro SCFM 48 h PI (P = 0.04; Fig. 2D). All associated genes were up-
regulated in the surrounding SCFM. It is possible this is a result of interaction at the
interface between the SCFM and the SCFM-agarose pad placed in the tissue culture
plates to support the bronchiolar tissue section. The same 24-well plates were used for
in vitro growth, so the plate surface is a consistent condition and unlikely to cause
expression differences. This GO term was not found to be significantly enriched in the
lung-associated PA14 biofilm at either time point (Fig. 2A and Q).

The GO term “phenazine biosynthetic process” was found to be significantly
enriched in the P. aeruginosa PA14 lung biofilm versus in vitro SCFM growth at both
time points (Fig. 2A and C). The KEGG pathway “phenazine biosynthesis” was also
found to be significantly enriched for these comparisons (Fig. S6). All genes for the bio-
synthesis of the exotoxin pyocyanin were downregulated in the lung-associated bio-
film at 48 h compared with in vitro SCFM (Fig. S6). This suggests that phenazine
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FIG 2 Significantly enriched Pseudomonas aeruginosa PA14 biological processes gene ontology (GO) terms (P < 0.05, log, fold change = |1.5|) from
contrasts between growth from each of the two ex vivo pig lung model locations: the lung tissue (lung) and the synthetic cystic fibrosis sputum media
(SCFM) surrounding the lung tissue (surrounding SCFM), and in vitro SCFM. The analysis was performed on samples from 24 h postinfection (A, B) and 48 h
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biosynthesis, particularly pyocyanin production, may be an important differentiation
between in vitro and pig lung grown P. aeruginosa biofilms.

P. aeruginosa quorum-sensing-associated pathways are downregulated in the
EVPL model compared with in vitro SCFM growth, as observed in CF sputum
samples. Quorum sensing (QS) pathways in P. aeruginosa have long been considered
to play a role in the establishment of biofilms (18). Three key P. aeruginosa QS systems
are associated with controlling biofilm formation in human infection: the Lasl/R system,
RhlI/R, and the Pseudomonas quinolone signal (PQS) (12, 19, 20). These acyl-homoser-
ine lactone (AHL) associated systems regulate the expression of numerous genes asso-
ciated with virulence and chronic biofilm infection (12). We found that the QS KEGG
pathway was significantly enriched in the SCFM surrounding P. aeruginosa infected
EVPL tissue versus in vitro SCFM growth at 24 h and 48 h PI, and in the lung biofilm ver-
sus in vitro at 24 h Pl (Fig. S6). The majority of the significant DEGs in this pathway
were underexpressed in the lung environments compared with in vitro (Table 1). These
results, alongside QS being an extensively researched area with the potential as a new
therapeutic target in CF (21, 22), led to more detailed exploration of the expression of
QS-associated genes in the EVPL model.

Further investigation of the QS-associated significant DEGs demonstrated that most
of these genes are in the phenazine biosynthesis operons, as shown in Table 1 (for full
list see Table S3). This finding further supports these pathways as key to the difference
between ex vivo and in vitro grown P. aeruginosa transcriptomes. These genes had a
greater log, fold change reduction on the lung-associated biofilm compared with in
vitro SCFM at 24 h and 48 h PI, than surrounding SCFM versus in vitro. The expression
of pgsC and pgsD, both important in the production of PQS (23), was also found to be
underexpressed in the lung compared with in vitro SCFM 48 h Pl (Table 1). This sug-
gests that this third QS system is also being downregulated over time in the lung-asso-
ciated biofilm in comparison with in vitro SCFM.

The study of P. aeruginosa transcriptomes by Cornforth et al. (8) found that expres-
sion of a set of conserved genes under las-regulation differs between in vitro growth
and human infection, with lower levels of expression observed in vivo. This set of 42 P.
aeruginosa genes regulated by the las QS system were found to be conserved among
CF lung isolates (24). Thus, these genes were specifically investigated in our RNA-seq
results. The expression of the equivalent gene set in P. aeruginosa PA14 when grown
on ex vivo pig lung tissue compared with in vitro SCFM showed similar significant dif-
ferential expression to CF sputum versus in vitro as found by Cornforth et al. (8) (Fig. 3).
At 24 h Pl similar changes in expression of these genes were found in the EVPL tissue-
associated biofilm compared with SCFM in vitro (Fig. 3A), as seen in human CF sputum
(lasA: —2.09 and —3.38 log, fold change, respectively, and lasB: -3.35 and -3.30). At 48
h PI, the expression profile of this gene set becomes even more comparable to the rel-
ative expression in CF sputum (Fig. 3B). These genes were also studied in surrounding
SCFM growth versus in vitro SCFM at both time points, and although the pattern was
less obvious, there were some similarities with expression in CF sputum versus in vitro
(Fig. S7). These findings support the conclusion that both environments of the EVPL
model more closely capture a key aspect of human CF P. ageruginosa infection than in
vitro growth, but the lung tissue associated biofilm at 48 h appears to be most
representative.

Alongside our RNA-seq findings, we performed phenotypic assays to measure the
concentration of extracellular 3-oxo-dodecanoyl homoserine lactone (3-oxo-C12-HSL)
in each environment at 24 h and 48 h PI. Production of 3-oxo-C12-HSL is encoded by

FIG 2 Legend (Continued)

Applied and Environmental Microbiology

postinfection (C, D). Each graph shows the significantly enriched biological processes GO terms for the particular contrast on the y axis and fold change
enrichment on the x axis. The fold change enrichment is the fold difference in expression of significant differentially expressed genes (DEGs) in the analysis
associated with that GO term than expected by random chance. Green bars show terms where the associated significantly DEGs were either overexpressed
or underexpressed, showing that the process was affected irrespective of the direction of expression. The red bars show terms where all associated
significant DEGs in the contrast were underexpressed, and blue bars show terms where all associated significant DEGs were overexpressed.
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TABLE 1 All genes associated with the Pseudomonas aeruginosa PA14 KEGG pathway quorum sensing
as listed on pseudomonas.com (51) that were found to be significantly differentially expressed (P < 0.05,

log, fold change = |1.5]) in at least one contrast®

Locus tag Gene Gene product 24 h: 48 h: 24 h: 48 h:
name Lungvs Lungvs Surrounding Surrounding
SCFM SCFM*  SCFM vs SCFM vs
SCFM SCFM

PA14_02720 - - -1.51 -

PA14_09050 secY Preprotein translocase - 1.94 - -
subunit SecY

PA14_09410 hfg RNA-binding protein Hfq -3.90 -4.38 -1.97 -2.55

PA14_09420 phzF1 Phenazine biosynthesis -2.98 -3.07
protein

PA14_09440 phzEl Phenazine biosynthesis -3.26 -3.33
protein PhzE

PA14_09450 phzDI  Phenazine biosynthesis -3.17 -3.09
protein PhzD

PA14_09460 phzCI Phenazine biosynthesis -1.79 -2.92
protein PhzC

PA14_09470 phzBI Phenazine biosynthesis - -2.93
protein

PA14_09480 phzAl Phenazine biosynthesis -2.68 -2.30
protein

PA14_09520 mexI RND efflux transporter -1.97 -2.83 -1.73 -1.53

PA14_09530 mexH RND efflux membrane - -2.74 - -
fusion protein

PA14_16250 lasB Elastase LasB -3.35 -3.01 -2.28 -1.62

PA14_17140 Membrane-associated zinc - 1.94 - -
metalloprotease

PA14_19110 rhIB Rhamnosyltransferase chain  -1.79 - - -
B

PA14_20610 lecB Fucose-binding lectin PA- -3.43 -2.90 -2.52 -1.95
1L

PA14_21090 2.20 - - -

PA14_27330 - -3.18 - -2.06

PA14_30850 - 1.81 -1.77 -

PA14_30860 TrbG-like protein -

PA14_31290 palL PA-I galactophilic lectin -

PA14_39880 phzG2  Pyridoxamine 5’-phosphate -3.14
oxidase

PA14_39890 phzF2 Phenazine biosynthesis -3.09
protein

PA14.39910 phzE2 Phenazine biosynthesis -3.42
protein PhzE

PA14_39925 phzD2  Phenazine biosynthesis -3.16
protein PhzD

PA14_39945 phzC2  Phenazine biosynthesis -3.75
protein PhzC

PA14_39960 phzB2 Phenazine biosynthesis -3.97
protein

PA14.39970 phzA2 Phenazine biosynthesis
protein

PA14_40260 -

PA14_40290 lasA LasA protease -2.09 222 - -1.53

PA14_49760 rhiC Rhamnosyltransferase 2 -1.72 -1.61 - -

PA14_50540 livM Leucine/isoleucine/valine - - - -1.65
transporter permease subunit

PA14_50550 IivG Leucine/isoleucine/valine - - - -1.65
transporter ATP-binding
subunit

PA14_50560 braG Branched-chain amino acid - - - -1.90
transport protein BraG

PA14_51390 pgsD 3-oxoacyl-ACP synthase - -1.83 - -

PAl4 51410 pgsC  PqsC -1.87

PA14_58360 dppA2  Dipeptide ABC transporter ~ 2.25 2.33 - -
substrate-binding protein
DppA2

PA14_63150 pmrA Two-component response 1.51 - - -
regulator

PA14_64860 ABC transporter ATP- -2.97 -1.62 -2.12 -
binding protein

PA14_64870 ABC transporter ATP- -2.29 - -1.71 -
binding protein

PA14_64880 Branched chain amino acid ~ -2.04 - -1.82 -
ABC transporter permease

PAl14_65310 RNA-binding protein Hfq 159 - 1.87 -

PA14_72560 np20 Transcriptional regulator - -2.17 - -

np20

aPA14 expression in the two locations of the ex vivo pig lung model: the lung tissue-associated biofilm (lung) and
the synthetic cystic fibrosis sputum media (SCFM) surrounding the lung tissue (surrounding SCFM) were
compared with in vitro SCFM growth. Samples were compared at 24 h and 48 h postinfection. The log, fold
change (LFC) is shown where significant, and contrasts denoted with “-” for a gene show it was not significantly
differentially expressed. The red fill shows genes that are underexpressed (also standard font) in the EVPL
environments versus in vitro SCFM; the darker the color, the greater the LFC. The green fill shows genes that are
overexpressed in the EVPL environments (bold and italicized font). The * denotes the only contrast where the

quorum sensing KEGG pathway was not significantly enriched.
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FIG 3 The log, fold change (LFC) in expression of 42 Pseudomonas aeruginosa quorum sensing genes, controlled by the las regulon, conserved in human

infection. The expression of P. aeruginosa PA14 grown on the lung tissue of the ex vivo pig lung tissue (Lung) versus in vitro synthetic cystic fibrosis media

(SCFM) at 24 h (A) and 48 h (B) postinfection are shown by the purple bars. Each graph also includes expression of the gene set by P. aeruginosa from

human cystic fibrosis sputum versus in vitro conditions taken from Cornforth et al. (8), shown by the black bars. The locus tags shown are for P. aeruginosa

PA14 with gene names in bold where appropriate. Bars with the striped fill are not significantly differentially expressed for that contrast (P < 0.05, LFC =

[1.5]). The dashed lines represent the threshold LFC value for differential expression.
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the gene Lasl; it binds to the LasR transcriptional regulator to regulate expression of
numerous genes (20). We found a significantly lower concentration of extracellular 3-
ox0-C12-HSL in both ex vivo conditions compared with in vitro SCFM at 48 h PI (Fig.
S8), consistent with the downregulation of the las-controlled gene set. However, nei-
ther lasl nor lasR were found to be significantly differentially expressed for any compar-
isons (Table S3). A previous study by Aendekerk et al. (25) that investigated the
MexGHI-OpmD efflux pump found that mutations in this pump resulted in P. aerugi-
nosa being unable to produce 3-oxo0-C12-HSL. RT-PCR showed that this lack of 3-oxo-
C12-HSL production did not correlate with inhibition of las/ or rhll transcription; thus,
MexGHI-OmpD exerts its effects on 3-oxo-C12-HSL levels post-transcriptionally. This
mechanism is consistent with our results, as we found that all genes encoding
MexGHI-OpmD were significantly underexpressed in the lung-associated biofilm com-
pared with in vitro SCFM growth at 48 h Pl (Fig. 4A). Genes associated with self-degra-
dation of acyl homoserine lactone (AHL) signals were not found to be significantly
overexpressed in any of our comparisons (Table S4). The expression of the MexAB-
OprM pump components, which transport 3-oxo-C12-HSL out to the cell, was also not
significantly different in the lung-associated biofilm (Fig. 4C).

Genes associated with antibiotic resistance are differentially expressed in EVPL
environments compared with in vitro SCFM. Following investigation of quorum
sensing gene expression and the implication on efflux pump expression, we aimed to
determine whether growth in the EVPL model—with no prior exposure to antimicro-
bials—resulted in differing expression of antimicrobial resistance (AMR) associated
genes. We have previously shown that high levels of antibiotic tolerance are evident
in the EVPL model (16) and clinical infection typically demonstrates much higher re-
sistance to antimicrobial treatment than is predicted in vitro. We looked at the
expression of 52 P. aeruginosa PA14 AMR genes, predicted using the Comprehensive
Antibiotic Resistance Database (CARD) (26), in each contrast. There was significant
differential expression of 22 AMR associated genes in the two EVPL model environ-
ments: lung tissue and surrounding SCFM, compared with in vitro SCFM growth of
PA14 (see Table S5).

Three efflux pumps were of particular interest in at least one of the comparisons
(Fig. 4A to Q). All genes encoding the efflux pump MexG/HI-OpmD were found to be
significantly underexpressed in the lung-associated biofilm compared with in vitro
SCFM growth at 48 h PI (Fig. 4A). MexHI-OpmD is associated with resistance to fluoro-
quinolones, whereas MexGHI-OpmD is associated with the post-transcriptional regula-
tion of 3-oxo-C12-HSL production as described above, and exerts effects on antibiotic
sensitivity via its effects on QS (27). The transcriptional repressor of the MexJK-OprM
efflux pump (mexL), linked to triclosan resistance (28), was also found to be signifi-
cantly underexpressed in the lung-associated biofilm compared with in vitro SCFM
(Fig. 4B). Conversely, a transcriptional repressor of the MexAB-OprM efflux pump (nalD)
was significantly overexpressed in the surrounding SCFM at 24 h and 48 h compared
with in vitro SCFM. Previously, mutations in repressors of this efflux pump have been
linked to carbapenem resistance and overexpression of MexAB-OprM (29). However,
this pump has also been proven to no longer be required upon the formation of a
mature biofilm (30), which may suggest why a transcriptional repressor is being over-
expressed in the surrounding SCFM as a P. aeruginosa biofilm is establishing in the
EVPL model (15).

Two individual genes of interest were found to be significantly differentially
expressed in at least one comparison (Fig. 4D and E). Both genes (arnA and crpP) are
associated with the arn locus, linked with resistance to cationic antimicrobial peptides
(CAMPs) (31). They were both found to be significantly differentially expressed in the
lung tissue associated biofilm compared with in vitro SCFM: arnA overexpressed at 24
h Pl and crpP at 48 h. This was consistent with MIC values for colistin and polymyxin B
(CAMPs) of P. aeruginosa PA14 cells from the lung tissue associated biofilm found to be
increased compared with SCFM and the standard cation-adjusted Mueller-Hinton
broth (CAMHB) at both time points (Table S6). These findings indicated that growth of
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FIG 4 The log, fold change (LFC) of genes of interest associated with antibiotic resistance predicted by the Comprehensive Antibiotic Resistance Database
(CARD) (26). Comparisons of gene expression were performed for the two environments of the ex vivo pig lung model: the lung tissue and surrounding
synthetic cystic fibrosis media (SCFM) versus in vitro SCFM at two time points (24 h and 48 h postinfection). The dashed lines represent the threshold LFC
value for a gene to be considered significantly differentially expressed (LFC = |1.5]), and comparisons where this was statistically significant (P < 0.05) are
denoted with a *. Each bar color represents a different comparison and time point (see keys). (A-C) The LFC values for each comparison of efflux pumps
and any repressors where significant expression differences were found in at least one comparison. (D-E) The LFC values for each comparison of individual
genes where significant expression differences were found in at least one comparison.
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PA14 biofilm on EVPL tissue causes changes in expression of AMR pathways, compared
with in vitro SCFM, that have a phenotypic effect.

DISCUSSION

P. aeruginosa infection of the CF lung is one of the most well-studied biofilm infec-
tion contexts, yet it remains highly resistant to the most aggressive antimicrobial treat-
ments available and eventually results in loss of lung function and accelerated death
(1, 3). Research to improve prevention measures and treatment of chronic CF infection
is hindered by the lack of accurate laboratory growth conditions and models to truly
mimic biofilm formation as observed in human infection. It has been shown that
growth environment plays an integral role in the P. aeruginosa transcriptome; P. aerugi-
nosa gene expression in CF sputum samples has a distinct transcriptional profile com-
pared with current laboratory models including mouse models and an enhanced,
updated version of SCFM (SCFM2) (8-10). We compared gene expression in our EVPL
model, considering the tissue-associated biofilm and bacteria in the surrounding SCFM
as separate populations, with gene expression in SCFM in vitro. We focused on key
aspects of infection that may not be well captured by current laboratory models: quo-
rum sensing and antibiotic resistance. Characteristics of P. aeruginosa chronic infection
were observed in the model as early as 1 day postinfection. This was much faster than
the accumulation of mutations, observed over years, important for P. aeruginosa adap-
tation to form an established chronic infection in the CF lung (32). We propose that
our previously described EVPL model can be used to mimic P. aeruginosa biofilm
infection as seen in CF not only in structure (15) but also in key aspects of the
transcriptome.

We compared gene expression across the whole genome in both environments of
the EVPL model, and in SCFM in vitro, across multiple time points. Our analyses
revealed that the lung tissue and surrounding SCFM of the EVPL model create two dis-
tinct niches from each other and from in vitro cultures. To date, development of labora-
tory model systems has predominantly focused on recapitulating CF sputum through
production of artificial sputum media (33). However, sputum media such as SCFM and
SCFM2, discussed above, do not attempt to recapitulate the tissue-associated biofilm
infection that also occurs in the CF airway. Our results show a clear difference in P. aer-
uginosa gene expression between a synthetic sputum and lung tissue of the EVPL
model. This highlights the tissue associated biofilm as a distinct niche that is arguably
just as important to further understand infection dynamics as the “sputum-like” popu-
lation. A clear distinction in gene expression changes in the population over time in ex
vivo conditions versus in vitro was also found. Thus, as well as growth environment
being important for expression differences at each point of comparison, it also affected
the dynamics of infection progression.

The greatest difference between in vitro and ex vivo conditions was in the lung tis-
sue-associated biofilm (versus in vitro SCFM) at 48 h PI. In particular, genes in phena-
zine biosynthetic pathways were found to differ in expression. Phenazines are redox-
active pigments with antimicrobial activity that are known to cause changes in gene
expression and antibiotic susceptibility (34). The phenazine pyocyanin is an important
P. aeruginosa virulence factor, and all genes in its biosynthetic pathway were found to
be underexpressed in the lung tissue environment at 48 h compared with in vitro.
Virulence factor production is typically downregulated during the chronic stages of
infection; in fact, overproduction of pyocyanin during CF infection is considered an un-
usual phenotype (35). Thus, these findings indicate that the EVPL model is causing a P.
aeruginosa phenotype reminiscent of CF chronic infection that is not seen in vitro. This
may allow for the study of established biofilms, which are typically difficult to treat
stage of infection.

Phenazines are also signaling molecules, and regulation of the associated operons
involves all three P. aeruginosa QS systems: las, rhl, and pgs (36). QS has been shown to
be a key aspect of infection where current laboratory studies cue overexpression upon
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comparison to human infection (8). We found that the shift in expression of conserved
las controlled genes in the lung-associated biofilm versus in vitro SCFM at 48 h Pl is
almost identical to the shift in expression of these genes in CF sputum versus in vitro
(8). These results suggest that the EVPL model could more accurately mimic the QS
expression profile seen in human infection than other current laboratory models.
While QS is important in the initial stages of infection, an accumulation of mutations in
QS pathways are observed over time in CF, suggesting that it is not as active in the
later stages of infection (11). Interestingly, lasl/R and rhll/R were not found to be signifi-
cantly differentially expressed in any of our comparisons; the differences were in down-
stream las- and rhl-regulated genes. A reduced concentration of extracellular 3-oxo-
C12-HSL produced by P. aeruginosa was also measured in the ex vivo environments
compared with in vitro SCFM growth at 48 h PI. P. aeruginosa mutants for the efflux
pump-associated genes mex/ and opmD have previously been shown to not produce
3-0x0-C12-HSL due to an intracellular accumulation of a toxic PQS precursor due to
loss of pump activity (25). We found that both genes were downregulated in the lung
and surrounding SCFM versus in vitro SCFM growth, indicating that the reduction in
production of the QS molecule is likely caused by reduced expression of the efflux
pump. Interestingly, genes that encode amidases able to degrade AHL signals (37)
(PA14 homologues of pvdQ, quiP, and hacB) were not found to be differentially
expressed between the EVPL model and SCFM at either time point. Thus, our results
indicate that the reduction in extracellular 3-oxo-C12-HSL is not due to quorum
quenching activity and is likely a reduction in production driven by the downregula-
tion of MexGHI-OpmD. Hence, the differences in QS expression between P. aeruginosa
grown in the EVPL model and in vitro SCFM may be part of a wider network that also
has implications for antibiotic resistance. Future proteomics work would determine
whether this was the true cause of the difference.

Increased antibiotic resistance is a characteristic of P. aeruginosa infection of the CF
lung that poses significant clinical concern. We found a number of efflux pump genes
and resistance-associated operons to be significantly differentially expressed in the
EVPL model. The downregulation of the MexGHI-OpmD efflux pump in the tissue-asso-
ciated biofilm at 48 h, as discussed above, may be linked to increased antibiotic resist-
ance as well as QS effects. Mutations in mex/ and opmD have previously been shown to
increase P. aeruginosa resistance to aminoglycosides, 3-lactams, and quinolones (25).
A transcriptional regulator of the MexAB-OprM pump (nalD) was found to be overex-
pressed in the surrounding SCFM compared with in vitro SCFM, indicating a reduction
in this pump also. However, no significant difference in any of the efflux pump genes
or the repressor were found in the lung-associated biofilm, as was the case for the
other efflux pumps found. The spatial arrangement of MexAB-OprM has been previ-
ously proven to be heterogenous within infection populations, with a higher propor-
tion of the pump found in cells that formed a dense biofilm (30). This may explain why
our results indicate there are higher levels of the efflux pump in the lung-associated
population than surrounding SCFM. This further distinction between the surrounding
SCFM and lung tissue suggests these two spatially linked environments promote differ-
ent patterns of gene expression that may result in varying antibiotic resistance pheno-
types. The model provides a heterogenous infection population that may express dif-
ferent mechanisms of resistance that cannot be captured by in vitro SCFM alone. This
is an important consideration for determining treatment approaches and novel treat-
ments for P. aeruginosa infection in the CF lung.

The overexpression of arnA in the lung-associated biofilm at 24 h Pl and crpP at 48
h is also of clinical interest, as both genes are linked to CAMP resistance. The gene
arnA is part of the arn locus that functions via lipid A modifications increasing resist-
ance (31). Upregulation of this gene at 24 h PI but not 48 h may be providing resist-
ance prior to biofilm formation, after which point the biofilm matrix acts as a protec-
tion mechanism against antibiotic treatment. In contrast, crpP is upregulated at 48 h PI.
CrpP has been shown to confer resistance to ciprofloxacin via phosphorylation (38).
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The upregulation of this gene in the tissue-associated biofilm despite no antibiotic
treatment suggests this pathway is initiated by growth environment, not antibiotic ex-
posure. As well as providing further insight into resistant infection, these findings high-
light the importance of using a clinically relevant infection model, such as the EVPL, to
better understand the resistance profile of bacteria in vivo. Conversely, we must con-
sider that people with CF receive numerous antibiotic treatment courses, so the resist-
ance profiles of clinical infection will be impacted by this as well as the host
environment.

We have specifically focused on the expression of genes associated with QS and
AMR to demonstrate how the tissue associated biofilm captures characteristics of in
vivo infection not observed in other models. Although SCFM has been shown to be a
good laboratory model for CF sputum, these two aspects of infection are pathways
where SCFM does not accurately recapitulate P. aeruginosa expression in vivo (8). While
no model is perfect, our results show that the EVPL model can more closely capture
these aspects of infection than SCFM alone. To address future research hypotheses
using the EVPL model, this RNA sequencing data can be used to ensure specific path-
ways are being regulated as expected and show the model is suitable to ask specific
research questions.

In conclusion, we have demonstrated that the EVPL model creates two environ-
ments of interest, tissue-associated biofilm and the surrounding SCFM, that are distinct
from in vitro SCFM. Gene expression in the tissue-associated biofilm at 48 h appears to
be more representative of an established infection of the CF lung. We have focused on
expression at a whole population level; however, future expression studies at the sin-
gle-cell level may reveal further insight into the infection dynamics and population
heterogeneity to improve development of novel, effective treatments. Future studies
could also focus on transcriptomics of clinical P. aeruginosa isolates in the EVPL model,
as their response to the environment may differ from that of PA14 (9). These studies
have the capacity to be conducted over longer timescales than studies conducted on
P. aeruginosa in vitro in SCFM; by 7 days Pl, we could not recover mRNA from cells
grown in vitro and bacteria appeared stressed, but EVPL-grown cells were viable and
yielded good quality mRNA. Although endogenous species did not survive when EVPL
tissue was infected with PA14, interaction with the lung microbiome as well as other
pathogens is a key factor in P. aeruginosa infection in CF, which could be explored fur-
ther in the future. Overall, the EVPL model is a useful platform to dissect key aspects of
P. aeruginosa pathophysiology in CF within days of infection, which has not been pos-
sible in current in vitro models.

MATERIALS AND METHODS

Bacterial strain. The wild type Pseudomonas aeruginosa PA14 strain used in this study was from the
University of Washington (39, 40). It was grown on Luria-Bertani (LB) agar (Melford Laboratories) for 24 h
at 37°C prior to all infections and to determine CFU. The pSB1075 Escherichia coli biosensor, which car-
ries a fusion of lasRI":luxCDABE (41), was used to measure 3-oxo-C12-HSL in culture supernatants.

Synthetic cystic fibrosis sputum medium. The synthetic cystic fibrosis sputum medium (SCFM) was
prepared based on a previously published recipe (33), with the glucose removed. Preliminary work
found that with the addition of porcine lung tissue, glucose facilitated endogenous bacterial growth,
and the presence or absence of glucose did not affect P. aeruginosa growth (14).

Ex vivo pig lung dissection and infection. All pig lungs used were supplied by a commercial
butcher (Steve Quigley & Sons, Cubbington, United Kingdom) and dissected on the day of arrival from
the abattoir. Ex vivo pig lung (EVPL) tissue was dissected to extract the bronchioles as previously
described (14, 15, 42). Following UV light sterilization, the square bronchiolar tissue pieces were placed
into each well of a 24-well plate(s) with a 400 L, UV-sterilized, 0.8% (wt/vol) agarose pad.

To infect each tissue piece, a 29 G sterile hypodermic needle (Becton, Dickinson Medical) was used to
touch the surface of a colony of the infection strain from an overnight LB plate and then transferred to the tis-
sue by lightly piercing the surface. To “mock inoculate” the uninfected negative control pieces, a sterile needle
was used. To fully replicate the CF lung environment, 500 uL SCFM was added to each tissue-containing well
and the plate covered with a Breathe-Easier membrane (Diversified Biotech) sterilized with UV. Plates were
incubated stationary for the required length of time at 37°C.

Bacterial recovery from the EVPL model and bacterial count determination. There were two
environments in the EVPL model: the bronchiolar tissue (tissue) and the SCFM surrounding each tissue
piece (surrounding SCFM). To recover bacteria from the tissue, each tissue piece was removed from the
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24-well plate following incubation and transiently washed in 500 uL phosphate-buffered saline (PBS).
Tissue sections were then placed in sterile homogenization tubes (Fisherbrand); each had 18 2.38 mm
metal beads (Fisherbrand) and 1 ml PBS added. To recover the biofilm-associated population, the tissue-
containing tubes were bead beat using a FastPrep-24 5G (MP Biomedicals) for 40 s at 4 m s™'. The sur-
rounding SCFM was directly transferred to individual sterile 2-ml DNA lo-bind tubes from the 24-well
plate (Eppendorf).

To determine bacterial load, an aliquot was taken from each tissue homogenate and surrounding
SCFM sample and serially diluted in PBS. Dilutions were plated on LB agar and incubated at 37°C for 24
h. Tissue and surrounding SCFM taken from the same sample were recorded as the same repeat number
for comparison. Colony counts were performed, and the CFU per lung and per ml for the surrounding
SCFM were calculated.

Microbial cell viability from EVPL tissue. The BacTiter-Glo microbial cell viability assay (Promega)
was used on EVPL tissue-associated samples across a 7-day infection period. Cell viability was measured
by the amount of ATP (nM) produced. Following lung dissection, infection, incubation, and recovery, the
lung homogenate was equilibrated to room temperature. Once room temperature was reached, 100 uL
of each sample was added to each well of a 96-well black plate. The assay was performed as per kit
instructions using a Tecan Spark T0M multimode plate reader, and ATP (nM) was determined using the
ATP (Jena Bioscience) standard curve produced.

P. aeruginosa in vitro SCFM growth. P. aeruginosa colonies from an overnight LB agar plate were
suspended in an appropriate volume of SCFM to an ODg,,,,, of 0.05. Aliquots of 1 mL were added to
each well of a 24-well plate and covered with a UV-sterilized Breathe-Easier membrane. Plates were incu-
bated stationary at 37°C for the required length of time.

Production of 3-0x0-C12-HSL. The lung homogenate, surrounding SCFM, and in vitro SCFM cul-
tures were filter sterilized using a 0.2-um pore syringe filter (Fisherbrand) into sterile 2-mL Eppendorf
tubes. The sterile supernatants were then stored at —20°C prior to performing the assay.

The E. coli pSB1075 bioreporter for 3-oxo-C12-HSL was grown in 10 ml LB broth (+10 ug mL™" tetra-
cycline) overnight at 37°C, with 170 rpm shaking. The overnight culture was then diluted 1:100 in 15 mL
LB broth and incubated at 37°C, with 170 rpm shaking for 3.5 h. The culture was centrifuged at
13,000 rpm for 2 min and the supernatant discarded. The pellet was then resuspended in 15 mL PBS.
The centrifugation and resuspension were repeated twice more, and the final pellet resuspended in
15 mL LB. The ODyy,,,, Was adjusted to 0.1 using LB broth. Sterile sample supernatants were defrosted
on ice, diluted 1 in 10 in PBS, and mixed 1:1 with the final E. coli culture to a volume of 200 uL, in a 96-
well black plate. A standard curve was also performed in the same plate, using 3-oxo-C12-HSL (Sigma-
Aldrich) concentrations from 1 nM to 0.000001 nM in 10-fold increments. The plate was then incubated
at 37°C for 7.5 h in a Tecan Sark T0M multimode plate reader, and the OD,,,,., and relative light units
(RLU) were read every 15 min. The RLU/OD was calculated, and the final concentrations of 3-oxo-C12-
HSL were determined at the inflection point, using the standard curve values.

MIC assay. Lung homogenate was diluted 1 in 100 in SCFM to be used as the bacterial inoculum to
perform MIC assays (MICs). The inoculum for MICs in SCFM and cation-adjusted CAMHB were prepared
as a MacFarland standard. Briefly, P. aeruginosa PA14 was grown on an LB agar plate overnight, and col-
onies were suspended in the relevant media to an ODyy,,, of 0.08-0.1 and then diluted 1 in 100.

MICs were performed following the broth microdilution method as described by Wiegand et al. (43).
The antibiotics, colistin (Acros Organics) and polymyxin B (Sigma-Aldrich), were serially diluted 1 in 2,
from 128-0.0125 ug mL ™" to a final volume of 100 uL, in tissue culture-treated 96-well plates (Corning)
using the relevant media. Subsequently, 100 uL of bacterial inoculum was added to each antibiotic well
as well as positive control wells with no antibiotic added. Negative control wells were prepared with
only water. Plates were then incubated at 37°C for 18 h. The lowest antibiotic concentration where no
growth was visible was recorded as the MIC value.

P. aeruginosa RNA extraction. P. aeruginosa RNA was extracted from three infection environments:
EVPL tissue, EVPL surrounding SCFM, and in vitro SCFM. Three tissue pieces from each of two independ-
ent pig lungs were used for the EVPL environments and three replica in vitro SCFM cultures, each per
time point. The cultures of interest were transferred to individual sterile 2-mI DNA lo-bind tubes: 1 mL in
vitro culture per tube, 500 pL surrounding SCFM per tube, and 1 mL lung homogenate per tube.
Subsequently, 0.5 volume sterile killing buffer (20 mM Tris-HCl pH 7.5, 5 mM MgCl,, 20 mM NaN,) was
added to each tube and then centrifuged at 13,000 rpm for 1 min. The samples were snap-frozen and
stored at —80°C for at least 1 h.

Samples were defrosted on ice and the supernatant gently removed, ensuring the pellet remained
in-tact. Each pellet was resuspended in 600 uL sterile LETS buffer (0.1 M LiCl, 0.01 M Na,EDTA, 0.01 M
Tris-HCl pH 7.5, 0.2% SDS) and transferred to 2-ml lysing matrix B tubes (MP Biomedicals). Tubes were
bead beat using a FastPrep-24 5G for three cycles: 6 m s~ for 40 s then 5 min incubation on ice. The
samples were further incubated in the lysing matrix B tubes until they reached room temperature, cen-
trifuged for 10 min at 13,000 rpm, and 600 uL 125:24:1 Phenol Chloroform Isoamyl alcohol (PCl) pH 4.5
(Invitrogen) was added. Each tube was vortexed for 5 min at ~14,000 rpm then centrifuged at
15,000 rpm for 5 min at 4°C. The top layer of solution was transferred to sterile 2-ml RNase-free tubes
(Sarstedt Ltd) and 1 volume of 125:24:1 PCl pH 4.5 added. The previous vortex, centrifuge, and top layer
transfer steps were repeated, and 1 volume 24:1 Chloroform Isoamyl alcohol (Sigma-Aldrich) was added.
All samples were then centrifuged at 15,000 rpm for 5 min and the top layer transferred to a new 2-ml
RNase-free tube. Finally, 0.1 volume of 3M NaCH,COO pH 5.2 and 1 volume of isopropanol were added
and mixed by inverting each tube. Samples were stored at —20°C overnight.
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RNA precipitation and DNA removal. RNA samples were defrosted on ice and centrifuged at
15,000 rpm for 15 min. The supernatant was removed, and each pellet resuspended in 1 volume 70%
(vol/vol) ethanol. Resuspended samples were centrifuged at 15,000 rpm for 15 min at 4°C. Supernatant
was removed and pellets left to dry for ~15 min by a flame, then resuspended in 50 ul RNase-free water.
Each sample was incubated on ice for 3 h then for a further 30 min at room temperature. The precipi-
tated RNA concentration was determined using the Qubit RNA BR (broad range) assay kit. All RNA was
snap-frozen and stored at —80°C.

Frozen RNA was defrosted and any samples above 200 g mL~" were diluted in RNase-free water
to = 200 ug mL™". Each sample was transferred into PCR tubes, to a maximum of 50 ulL per tube; sam-
ples with a higher volume were divided into multiple tubes. A 9:1 ratio of DNase | buffer (10x)
(Invitrogen) to RNA sample respectively was added to each tube. Subsequently, 2 uL DNase |
(Invitrogen) was added to each reaction and the tubes incubated at 37°C for 30 min. A further 2 ul
DNase | was added, and the incubation repeated. An equal volume ethanol to sample was added, thor-
oughly mixed, then transferred into Zymo-Spin ICC columns (Direct-zol RNA MiniPrep Plus kit, Zymo
Research). Samples separated due to high concentration were combined in one spin column. Spin col-
umns were centrifuged at 13,000 rpm for 30 s and the flow-through discarded. Each RNA sample was
cleaned up using the Direct-zol RNA MiniPrep Plus kit. For the final elution, tubes were incubated at
55°C for 5 min to increase RNA yield. A 16S PCR and gel electrophoresis were used to confirm complete
DNA removal, and for any samples with detectable DNA, the protocol was repeated. Final RNA concen-
tration was confirmed using the Qubit RNA BR assay kit. Samples were snap-frozen and stored at —80°C.

Quality check of RNA and sequencing. Total extracted RNA quality was confirmed for sequencing
using the Agilent 2100 Bioanalyzer system using the RNA 6000 Pico Kit (Agilent). Bacterial and mamma-
lian rRNA depletion, and lllumina library preparation for strand-specific RNA-sequencing, was performed
by Genewiz, then samples were sequenced on an Illumina NovaSeq 150 bp paired-end run.

Bioinformatic analyses. RNA-seq reads were initially quality checked using FastQC v0.11.8 (44),
which was subsequently used after each step of initial data preparation. Reads were trimmed using
Trimmomatic v0.38 (45), with a minimum read length threshold of 25 bp (8). Any residual bacterial rRNA
transcripts, and eukaryotic where appropriate, were filtered out using SortmeRNA v2.1b (46). All reads
from EVPL-grown samples (surrounding SCFM and lung) were mapped to the pig genome (Sus scrofa:
NCBI, GCF_000003025.6) using HISAT2 v2.1.0 (47), and the aligned reads were removed from the
trimmed reads using Seqtk v1.3-r106 (48). The remaining EVPL sample reads and in vitro SCFM sample
reads were aligned to the P. aeruginosa UCBPP-PA14 genome (NCBI, assembly GCF_000014625.1) using
the BWA v0.7.17-r1188 aligner with the MEM algorithm (49). Reads mapped to coding sequences were
counted using the “featureCounts” function from the R package Rsubread v2.0.1 (50) against the P. aeru-
ginosa UCBPP-PA14 annotation sourced from pseudomonas.com (51). XCount data were normalized
using the rlog transformation function from the R package DESeq2 v1.26.0 (52), then used for principal-
component analysis (PCA) based on all genes in the analysis (5,829) using the “plotPCA” function within
DESeq2. The 95% confidence ellipses were determined and added to the PCA plot using ggpubr v0.4.0
(53). A hierarchical clustering heatmap was produced to show pairwise correlation values based on
Pearson’s correlation coefficient for all sample comparisons using the “HeatmapAnnotation” function
from the ComplexHeatmap v2.2.0 R package (54).

Differential gene expression analysis between samples from different growth environments and
time points was performed using DESeq2; genes were considered significantly differentially expressed
with an adjusted P value < 0.05 (Benjamini-Hochberg procedure to control the false discovery rate) and
log, fold change (FC) = |1.5|. KEGG pathway enrichment analysis of the differentially expressed genes
(DEGs) was carried out with the “enrichKEGG” function from the R package clusterProfiler v3.14.3 (55)
with the P. aeruginosa UCBPP-PA14 organism KEGG code (“pau”). KEGG pathways were considered sig-
nificantly enriched using an adjusted P value < 0.05 (Benjamini-Hochberg). Gene ontology (GO) term
enrichment analysis was also performed using topGO v2.38.1 (56). Reported significantly enriched GO
terms were based on Fisher’s exact test P value < 0.05. Antimicrobial resistance genes investigated were
sourced from pseudomonas.com (51), based on predictions by the Comprehensive Antibiotic Resistance
Database (CARD) (26).

Data Availability. A full list of significant DEGs from each contrast represented in Fig. 1C is provided
as a data supplement, and all raw sequence data are available at the European Nucleotide Archive
(accession number: PRJEB48552).

SUPPLEMENTAL MATERIAL
Supplemental material is available online only.
SUPPLEMENTAL FILE 1, PDF file, 1.1 MB.
SUPPLEMENTAL FILE 2, XLS file, 0.4 MB.

ACKNOWLEDGMENTS

We thank all at Steve Quigley & Sons butchers for donating all pig lungs used; Leo
Eberl, Steve Diggle and Roman Popat for bacterial strains; Jenna Lam for her help with
the RNA extraction protocols; Blessing Anonye for her guidance; Freya Allen for
performing some of the MIC assays; Marvin Whiteley, Dan Cornforth, and Zamin Igbal
for insightful discussion; and two anonymous reviewers for their valuable suggestions.

February 2022 Volume 88 Issue3 €01789-21

Applied and Environmental Microbiology

aem.asm.org

16


https://www.ncbi.nlm.nih.gov/assembly/GCF_000003025.6/
https://www.ncbi.nlm.nih.gov/assembly/GCF_000014625.1/
http://pseudomonas.com
http://pseudomonas.com
https://www.ncbi.nlm.nih.gov/bioproject/?term=PRJEB48552
https://aem.asm.org

Transcriptome of P. aeruginosa in a Model of CF Lung

Applied and Environmental Microbiology

We also acknowledge the help of the Media Preparation Facility in the School of Life
Sciences at the University of Warwick, with special thanks to Cerith Harries and Caroline
Stewart.
This work was supported by an MRC New Investigator Research Grant (grant number
MR/R001898/1) awarded to F.H. and by a PhD studentship from the BBSRC Midlands
Integrative Biosciences Training Partnership (MIBTP) awarded to N.E.H.
N.EH. and F.H. designed research; N.EH. and J.L.L. performed research; N.E.H.
analyzed data; N.E.H. wrote the paper; N.E.H., J.L.L,, and F.H. edited the paper.

We declare no conflicts of interest.

REFERENCES

1.

Diggle SP, Whiteley M. 2020. Microbe profile: Pseudomonas aeruginosa:
Opportunistic pathogen and lab rat. Microbiology (Reading) 166:30-33.
https://doi.org/10.1099/mic.0.000860.

. Hoiby N. 2011. Recent advances in the treatment of Pseudomonas aerugi-

nosa infections in cystic fibrosis. BMC Med 9:32. https://doi.org/10.1186/
1741-7015-9-32.

. Flemming H-C, Wingender J, Szewzyk U, Steinberg P, Rice SA, Kjelleberg

S. 2016. Biofilms: an emergent form of bacterial life. Nat Rev Microbiol 14:
563-575. https://doi.org/10.1038/nrmicro.2016.94.

. Hoiby N, Bjarnsholt T, Moser C, Jensen P@, Kolpen M, Qvist T, Aanaes K,

Pressler T, Skov M, Ciofu O. 2017. Diagnosis of biofilm infections in cystic
fibrosis patients. APMIS 125:339-343. https://doi.org/10.1111/apm.12689.

. Cornforth DM, Diggle FL, Melvin JA, Bomberger JM, Whiteley M. 2020.

Quantitative framework for model evaluation in microbiology research
using Pseudomonas aeruginosa and cystic fibrosis infection as a test case.
mBio 11:€03042-19. https://doi.org/10.1128/mBio.03042-19.

. O'Toole G, Crabbé A, Kimmerli R, LiPuma J, Bomberger J, Davies J, Limoli D,

Phelan V, Bliska J, DePas W, Dietrich L, Hampton T, Hunter R, Khursigara C,
Price-Whelan A, Ashare A, Cramer R, Goldberg J, Harrison F, Hogan D,
Henson M, Madden D, Mayers J, Nadell C, Newman D, Prince A, Rivett D,
Schwartzman J, Schultz D, Sheppard D, Smyth A, Spero M, Stanton B, Turner
P, van der Gast C, Whelan F, Whitaker R, Whiteson K. 2021. Model systems to
study the chronic, polymicrobial infections in cystic fibrosis: current
approaches and exploring future directions. mBio 12:¢01763-21. https://doi
.0rg/10.1128/mBi0.01763-21.

. Hurley MN, Ariff AHA, Bertenshaw C, Bhatt J, Smyth AR. 2012. Results of

antibiotic susceptibility testing do not influence clinical outcome in chil-
dren with cystic fibrosis. J Cyst Fibros 11:288-292. https://doi.org/10
.1016/j.jcf.2012.02.006.

. Cornforth DM, Dees JL, Ibberson CB, Huse HK, Mathiesen IH, Kirketerp-Mgller

K, Wolcott RD, Rumbaugh KP, Bjarnsholt T, Whiteley M. 2018. Pseudomonas
aeruginosa transcriptome during human infection. Proc Natl Acad Sci U S A
115:E5125-E5134. https://doi.org/10.1073/pnas.1717525115.

. Rossi E, Falcone M, Molin S, Johansen HK. 2018. High-resolution in situ

transcriptomics of Pseudomonas aeruginosa unveils genotype independ-
ent patho-phenotypes in cystic fibrosis lungs. Nat Commun 9:3459.
https://doi.org/10.1038/s41467-018-05944-5.

. Kordes A, Preusse M, Willger SD, Braubach P, Jonigk D, Haverich A, Warnecke

G, Haussler S. 2019. Genetically diverse Pseudomonas aeruginosa populations
display similar transcriptomic profiles in a cystic fibrosis explanted lung. Nat
Commun 10:3397. https://doi.org/10.1038/s41467-019-11414-3.

. Winstanley C, Fothergill JL. 2009. The role of quorum sensing in chronic

cystic fibrosis Pseudomonas aeruginosa infections. FEMS Microbiol Lett
290:1-9. https://doi.org/10.1111/j.1574-6968.2008.01394 x.

. Kostylev M, Kim DY, Smalley NE, Salukhe I, Greenberg EP, Dandekar AA.

2019. Evolution of the Pseudomonas aeruginosa quorum-sensing hierar-
chy. Proc Natl Acad Sci U S A 116:7027-7032. https://doi.org/10.1073/
pnas.1819796116.

. Harrison F, Muruli A, Higgins S, Diggle SP. 2014. Development of an ex

vivo porcine lung model for studying growth, virulence, and signaling of
Pseudomonas aeruginosa. Infect Immun 82:3312-3323. https://doi.org/10
.1128/IA1.01554-14.

. Harrison F, Diggle SP. 2016. An ex vivo lung model to study bronchioles

infected with Pseudomonas aeruginosa biofilms. Microbiology (Reading)
162:1755-1760. https://doi.org/10.1099/mic.0.000352.

. Harrington NE, Sweeney E, Harrison F. 2020. Building a better biofilm—

formation of in vivo-like biofilm structures by Pseudomonas aeruginosa in

February 2022 Volume 88 Issue3 €e01789-21

20.

21.

22.

23.

24,

25.

26.

27.

28.

a porcine model of cystic fibrosis lung infection. Biofilm 2:100024. https://
doi.org/10.1016/j.bioflm.2020.100024.

. Hassan MM, Harrington NE, Sweeney E, Harrison F. 2020. Predicting anti-

biotic-associated virulence of Pseudomonas aeruginosa using an ex vivo
lung biofilm model. Front Microbiol 11:568510. https://doi.org/10.3389/
fmicb.2020.568510.

. Palmer KL, Mashburn LM, Singh PK, Whiteley M. 2005. Cystic fibrosis spu-

tum supports growth and cues key aspects of Pseudomonas aeruginosa
physiology. J Bacteriol 187:5267-5277. https://doi.org/10.1128/JB.187.15
.5267-5277.2005.

. Davies DG, Parsek MR, Pearson JP, Iglewski BH, Costerton JW, Greenberg

EP. 1998. The involvement of cell-to-cell signals in the development of a
bacterial biofilm. Science 280:295-298. https://doi.org/10.1126/science
.280.5361.295.

. Mukherjee S, Moustafa D, Smith CD, Goldberg JB, Bassler BL. 2017. The

RhIR quorum-sensing receptor controls Pseudomonas aeruginosa patho-
genesis and biofilm development independently of its canonical homo-
serine lactone autoinducer. PLoS Pathog 13:e1006504. https://doi.org/10
.1371/journal.ppat.1006504.

Williams P, Cdmara M. 2009. Quorum sensing and environmental adapta-
tion in Pseudomonas aeruginosa: a tale of regulatory networks and multi-
functional signal molecules. Curr Opin Microbiol 12:182-191. https://doi
.org/10.1016/j.mib.2009.01.005.

Defoirdt T. 2018. Quorum-sensing systems as targets for antivirulence
therapy. Trends Microbiol 26:313-328. https://doi.org/10.1016/j.tim.2017
.10.005.

Scoffone VC, Chiarelli LR, Trespidi G, Mentasti M, Riccardi G, Buroni S.
2017. Burkholderia cenocepacia infections in cystic fibrosis patients: drug
resistance and therapeutic approaches. Front Microbiol 8:1592. https://
doi.org/10.3389/fmicb.2017.01592.

Dulcey CE, Dekimpe V, Fauvelle D-A, Milot S, Groleau M-C, Doucet N,
Rahme LG, Lépine F, Déziel E. 2013. The end of a long-standing hypothe-
sis: the Pseudomonas signalling molecules 4-hydroxy-2-alkylquinolines
are derived from fatty acids, not 3-ketofatty acids. Chem Biol 20:
1481-1491. https://doi.org/10.1016/j.chembiol.2013.09.021.

Chugani S, Kim BS, Phattarasukol S, Brittnacher MJ, Choi SH, Harwood CS,
Greenberg EP. 2012. Strain-dependent diversity in the Pseudomonas aeru-
ginosa quorum-sensing regulon. Proc Natl Acad Sci U S A 109
E2823-E2831. https://doi.org/10.1073/pnas.1214128109.

Aendekerk S, Diggle SP, Song Z, Hoiby N, Cornelis P, Williams P, Cdmara
M. 2005. The MexGHI-OpmD multidrug efflux pump controls growth, an-
tibiotic susceptibility and virulence in Pseudomonas aeruginosa via 4-
quinolone-dependent cell-to-cell communication. Microbiology (Read-
ing) 151:1113-1125. https://doi.org/10.1099/mic.0.27631-0.

Alcock BP, Raphenya AR, Lau TTY, Tsang KK, Bouchard M, Edalatmand A,
Huynh W, Nguyen ALV, Cheng AA, Liu S, Min SY, Miroshnichenko A, Tran
HK, Werfalli RE, Nasir JA, Oloni M, Speicher DJ, Florescu A, Singh B, Faltyn
M, Hernandez-Koutoucheva A, Sharma AN, Bordeleau E, Pawlowski AC,
Zubyk HL, Dooley D, Griffiths E, Maguire F, Winsor GL, Beiko RG, Brinkman
FSL, Hsiao WWL, Domselaar GV, McArthur AG. 2020. CARD 2020: antibi-
otic resistome surveillance with the comprehensive antibiotic resistance
database. Nucleic Acids Res 48:D517-D525. https://doi.org/10.1093/nar/
gkz935.

Wolloscheck D, Krishnamoorthy G, Nguyen J, Zgurskaya HI. 2018. Kinetic control
of quorum sensing in Pseudomonas aeruginosa by multidrug efflux pumps. ACS
Infect Dis 4:185-195. https://doi.org/10.1021/acsinfecdis.7b00160.

Chuanchuen R, Narasaki CT, Schweizer HP. 2002. The MexJK efflux pump
of Pseudomonas aeruginosa requires OprM for antibiotic efflux but not for

aem.asm.org 17


https://doi.org/10.1099/mic.0.000860
https://doi.org/10.1186/1741-7015-9-32
https://doi.org/10.1186/1741-7015-9-32
https://doi.org/10.1038/nrmicro.2016.94
https://doi.org/10.1111/apm.12689
https://doi.org/10.1128/mBio.03042-19
https://doi.org/10.1128/mBio.01763-21
https://doi.org/10.1128/mBio.01763-21
https://doi.org/10.1016/j.jcf.2012.02.006
https://doi.org/10.1016/j.jcf.2012.02.006
https://doi.org/10.1073/pnas.1717525115
https://doi.org/10.1038/s41467-018-05944-5
https://doi.org/10.1038/s41467-019-11414-3
https://doi.org/10.1111/j.1574-6968.2008.01394.x
https://doi.org/10.1073/pnas.1819796116
https://doi.org/10.1073/pnas.1819796116
https://doi.org/10.1128/IAI.01554-14
https://doi.org/10.1128/IAI.01554-14
https://doi.org/10.1099/mic.0.000352
https://doi.org/10.1016/j.bioflm.2020.100024
https://doi.org/10.1016/j.bioflm.2020.100024
https://doi.org/10.3389/fmicb.2020.568510
https://doi.org/10.3389/fmicb.2020.568510
https://doi.org/10.1128/JB.187.15.5267-5277.2005
https://doi.org/10.1128/JB.187.15.5267-5277.2005
https://doi.org/10.1126/science.280.5361.295
https://doi.org/10.1126/science.280.5361.295
https://doi.org/10.1371/journal.ppat.1006504
https://doi.org/10.1371/journal.ppat.1006504
https://doi.org/10.1016/j.mib.2009.01.005
https://doi.org/10.1016/j.mib.2009.01.005
https://doi.org/10.1016/j.tim.2017.10.005
https://doi.org/10.1016/j.tim.2017.10.005
https://doi.org/10.3389/fmicb.2017.01592
https://doi.org/10.3389/fmicb.2017.01592
https://doi.org/10.1016/j.chembiol.2013.09.021
https://doi.org/10.1073/pnas.1214128109
https://doi.org/10.1099/mic.0.27631-0
https://doi.org/10.1093/nar/gkz935
https://doi.org/10.1093/nar/gkz935
https://doi.org/10.1021/acsinfecdis.7b00160
https://aem.asm.org

Harrington et al.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

efflux of triclosan. J Bacteriol 184:5036-5044. https://doi.org/10.1128/JB
.184.18.5036-5044.2002.

Ping Pan Y, Hong Xu Y, Xin Wang Z, Ping Fang Y, Lu Shen J. 2016. Overex-
pression of MexAB-OprM efflux pump in carbapenem-resistant Pseudo-
monas aeruginosa. Arch Microbiol 198:565-571. https://doi.org/10.1007/
5s00203-016-1215-7.

De Kievit TR, Parkins MD, Gillis RJ, Srikumar R, Ceri H, Poole K, Iglewski BH,
Storey DG. 2001. Multidrug efflux pumps: expression patterns and contri-
bution to antibiotic resistance in Pseudomonas aeruginosa biofilms. Anti-
microb Agents Chemother 45:1761-1770. https://doi.org/10.1128/AAC
45.6.1761-1770.2001.

Gutu AD, Rodgers NS, Park J, Moskowitz SM. 2015. Pseudomonas aeruginosa
high-level resistance to polymyxins and other antimicrobial peptides requires
cprA, a gene that is disrupted in the PAOT1 strain. Antimicrob Agents Chemo-
ther 59:5377-5387. https://doi.org/10.1128/AAC.00904-15.

Folkesson A, Jelsbak L, Yang L, Johansen HK, Ciofu O, Hgiby N, Molin S.
2012. Adaptation of Pseudomonas aeruginosa to the cystic fibrosis airway:
an evolutionary perspective. Nat Rev Microbiol 10:841-851. https://doi
.org/10.1038/nrmicro2907.

Palmer KL, Aye LM, Whiteley M. 2007. Nutritional cues control Pseudomo-
nas aeruginosa multicellular behavior in cystic fibrosis sputum. J Bacteriol
189:8079-8087. https://doi.org/10.1128/JB.01138-07.

Schiessl KT, Hu F, Jo J, Nazia SZ, Wang B, Price-Whelan A, Min W, Dietrich
LEP. 2019. Phenazine production promotes antibiotic tolerance and met-
abolic heterogeneity in Pseudomonas aeruginosa biofilms. Nat Commun
10:762. https://doi.org/10.1038/541467-019-08733-w.

Fothergill JL, Panagea S, Hart CA, Walshaw MJ, Pitt TL, Winstanley C. 2007.
Widespread pyocyanin over-production among isolates of a cystic fibrosis
epidemic strain. BMC Microbiol 7:45. https://doi.org/10.1186/1471-2180-7-45.
Higgins S, Heeb S, Rampioni G, Fletcher MP, Williams P, Cdmara M. 2018.
Differential regulation of the phenazine biosynthetic operons by quorum
sensing in Pseudomonas aeruginosa PAO1-N. Front Cell Infect Microbiol 8:
252. https://doi.org/10.3389/fcimb.2018.00252.

Grandclément C, Tanniéres M, Moréra S, Dessaux Y, Faure D. 2016. Quo-
rum quenching: role in nature and applied developments. FEMS Micro-
biol Rev 40:86-116. https://doi.org/10.1093/femsre/fuv038.
Chévez-Jacobo VM, Herndndez-Ramirez KC, Romo-Rodriguez P, Pérez-
Gallardo RV, Campos-Garcia J, Félix Gutiérrez-Corona J, Garcia-Merinos JP,
Meza-Carmen V, Silva-Sanchez J, Ramirez-Diaz MI. 2018. CrpP is a novel
ciprofloxacin-modifying enzyme encoded by the pseudomonas aerugi-
nosa pUM505 plasmid. Antimicrob Agents Chemother 62:€02629-17.
https://doi.org/10.1128/AAC.02629-17.

Liberati NT, Urbach JM, Miyata S, Lee DG, Drenkard E, Wu G, Villanueva J,
Wei T, Ausubel FM. 2006. An ordered, nonredundant library of Pseudomo-
nas aeruginosa strain PA14 transposon insertion mutants. Proc Natl Acad
SciU'S A 103:2833-2838. https://doi.org/10.1073/pnas.0511100103.
Liberati NT, Urbach JM, Miyata S, Lee D, Drenkard E, Wu G, Wei T,
Villanueva JM, Ausubel FM. 2006. PA14 transposon insertion mutant
library. http://pa14.mgh.harvard.edu/cgi-bin/pal4/home.cgi.

February 2022 Volume 88 Issue3 €01789-21

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

Applied and Environmental Microbiology

Winson MK, Swift S, Fish L, Throup JP, Rgensen FJA, Chhabra SR, Bycroft BW,
Williams P, Stewart GSA. 1998. Construction and analysis of luxCDABE-based
plasmid sensors for investigating N-acyl homoserine lactone-mediated quo-
rum sensing. FEMS Microbiol Lett 163:185-192. https://doi.org/10.1111/j
.1574-6968.1998.tb13044.x.

Harrington NE, Sweeney E, Alav |, Allen F, Moat J, Harrison F. 2021. Antibi-
otic efficacy testing in an ex vivo model of Pseudomonas aeruginosa and
Staphylococcus aureus biofilms in the cystic fibrosis lung. J Vis Exp (167):
€62187. https://doi.org/10.3791/62187.

Wiegand |, Hilpert K, Hancock R. 2008. Agar and broth dilution methods to
determine the minimal inhibitory concentration (MIC) of antimicrobial sub-
stances. Nat Protoc 3:163-175. https://doi.org/10.1038/NPROT.2007.521.
Andrews S. 2018. FastQC: a quality control tool for high throughput
sequence data. https://www.bioinformatics.babraham.ac.uk/projects/fastqc/.
Bolger AM, Lohse M, Usadel B. 2014. Trimmomatic: a flexible trimmer for
lllumina sequence data. Bioinformatics 30:2114-2120. https://doi.org/10
.1093/bioinformatics/btu170.

Kopylova E, Noé L, Touzet H. 2012. SortMeRNA: fast and accurate filtering
of ribosomal RNAs in metatranscriptomic data. Bioinformatics 28:
3211-3217. https://doi.org/10.1093/bioinformatics/bts611.

Kim D, Paggi JM, Park C, Bennett C, Salzberg SL. 2019. Graph-based ge-
nome alignment and genotyping with HISAT2 and HISAT-genotype. Nat
Biotechnol 37:907-915. https://doi.org/10.1038/541587-019-0201-4.

Li H. 2015. A toolkit for processing sequences in FASTA/Q formats.
https://github.com/Ih3/seqtk.

Li H. 2013. Aligning sequence reads, clone sequences and assembly con-
tigs with BWA-MEM. ArXiv 1303.3997v2 [g-Bio.GN]. https://arXiv.org/abs/
1303.3997v2.

Liao Y, Smyth GK, Shi W. 2019. The R package Rsubread is easier, faster,
cheaper and better for alignment and quantification of RNA sequencing
reads. Nucleic Acids Res 47:e47. https://doi.org/10.1093/nar/gkz114.
Winsor GL, Griffiths EJ, Lo R, Dhillon BK, Shay JA, Brinkman FSL. 2016.
Enhanced annotations and features for comparing thousands of Pseudo-
monas genomes in the Pseudomonas genome database. Nucleic Acids
Res 44:D646-D653. https://doi.org/10.1093/nar/gkv1227.

Love MI, Huber W, Anders S. 2014. Moderated estimation of fold change
and dispersion for RNA-seq data with DESeq2. Genome Biol 15:550.
https://doi.org/10.1186/513059-014-0550-8.

Kassambara A. 2020. ggpubr: “ggplot2” based publication ready plots. R
package version 0.4.0. https://cran.r-project.org/package=ggpubr.

Gu Z, Eils R, Schlesner M. 2016. Complex heatmaps reveal patterns and corre-
lations in multidimensional genomic data. Bioinformatics 32:2847-2849.
https://doi.org/10.1093/bioinformatics/btw313.

Yu G, Wang LG, Han Y, He QY. 2012. ClusterProfiler: an R package for compar-
ing biological themes among gene clusters. OMICS 16:284-287. https://doi
.0rg/10.1089/0mi.2011.0118.

Alexa A, Rahnenfuhrer J. 2019. topGO: enrichment analysis for gene ontol-
ogy. https://bioconductor.riken.jp/packages/3.9/bioc/html/topGO.html.

aem.asm.org 18


https://doi.org/10.1128/JB.184.18.5036-5044.2002
https://doi.org/10.1128/JB.184.18.5036-5044.2002
https://doi.org/10.1007/s00203-016-1215-7
https://doi.org/10.1007/s00203-016-1215-7
https://doi.org/10.1128/AAC.45.6.1761-1770.2001
https://doi.org/10.1128/AAC.45.6.1761-1770.2001
https://doi.org/10.1128/AAC.00904-15
https://doi.org/10.1038/nrmicro2907
https://doi.org/10.1038/nrmicro2907
https://doi.org/10.1128/JB.01138-07
https://doi.org/10.1038/s41467-019-08733-w
https://doi.org/10.1186/1471-2180-7-45
https://doi.org/10.3389/fcimb.2018.00252
https://doi.org/10.1093/femsre/fuv038
https://doi.org/10.1128/AAC.02629-17
https://doi.org/10.1073/pnas.0511100103
http://pa14.mgh.harvard.edu/cgi-bin/pa14/home.cgi
https://doi.org/10.1111/j.1574-6968.1998.tb13044.x
https://doi.org/10.1111/j.1574-6968.1998.tb13044.x
https://doi.org/10.3791/62187
https://doi.org/10.1038/NPROT.2007.521
https://www.bioinformatics.babraham.ac.uk/projects/fastqc/
https://doi.org/10.1093/bioinformatics/btu170
https://doi.org/10.1093/bioinformatics/btu170
https://doi.org/10.1093/bioinformatics/bts611
https://doi.org/10.1038/s41587-019-0201-4
https://github.com/lh3/seqtk
https://arXiv.org/abs/1303.3997v2
https://arXiv.org/abs/1303.3997v2
https://doi.org/10.1093/nar/gkz114
https://doi.org/10.1093/nar/gkv1227
https://doi.org/10.1186/s13059-014-0550-8
https://cran.r-project.org/package=ggpubr
https://doi.org/10.1093/bioinformatics/btw313
https://doi.org/10.1089/omi.2011.0118
https://doi.org/10.1089/omi.2011.0118
https://bioconductor.riken.jp/packages/3.9/bioc/html/topGO.html
https://aem.asm.org

	RESULTS
	EVPL tissue surface maintains viable P. aeruginosa populations for longer than SCFM in vitro.
	P. aeruginosa transcriptome analysis reveals distinct niches in the EVPL model compared with in vitro SCFM, and distinct changes in transcriptome over time.
	Gene expression differences in EVPL tissue-associated P. aeruginosa biofilms versus in vitro SCFM growth demonstrate functional importance.
	P. aeruginosa quorum-sensing-associated pathways are downregulated in the EVPL model compared with in vitro SCFM growth, as observed in CF sputum samples.
	Genes associated with antibiotic resistance are differentially expressed in EVPL environments compared with in vitro SCFM.

	DISCUSSION
	MATERIALS AND METHODS
	Bacterial strain.
	Synthetic cystic fibrosis sputum medium.
	Ex vivo pig lung dissection and infection.
	Bacterial recovery from the EVPL model and bacterial count determination.
	Microbial cell viability from EVPL tissue.
	P. aeruginosa in vitro SCFM growth.
	Production of 3-oxo-C12-HSL.
	MIC assay.
	P. aeruginosa RNA extraction.
	RNA precipitation and DNA removal.
	Quality check of RNA and sequencing.
	Bioinformatic analyses.
	Data Availability.

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

