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ABSTRACT While considerable research has focused on the properties of individual bacteria, relatively little is known about
how microbial interspecies interactions alter bacterial behaviors and pathogenesis. Staphylococcus aureus frequently coinfects
with other pathogens in a range of different infectious diseases. For example, coinfection by S. aureus with Pseudomonas aerugi-
nosa occurs commonly in people with cystic fibrosis and is associated with higher lung disease morbidity and mortality. S. au-
reus secretes numerous exoproducts that are known to interact with host tissues, influencing inflammatory responses. The abun-
dantly secreted S. aureus staphylococcal protein A (SpA) binds a range of human glycoproteins, immunoglobulins, and other
molecules, with diverse effects on the host, including inhibition of phagocytosis of S. aureus cells. However, the potential effects
of SpA and other S. aureus exoproducts on coinfecting bacteria have not been explored. Here, we show that S. aureus-secreted
products, including SpA, significantly alter two behaviors associated with persistent infection. We found that SpA inhibited bio-
film formation by specific P. aeruginosa clinical isolates, and it also inhibited phagocytosis by neutrophils of all isolates tested.
Our results indicate that these effects were mediated by binding to at least two P. aeruginosa cell surface structures—type IV pili
and the exopolysaccharide Psl—that confer attachment to surfaces and to other bacterial cells. Thus, we found that the role of a
well-studied S. aureus exoproduct, SpA, extends well beyond interactions with the host immune system. Secreted SpA alters
multiple persistence-associated behaviors of another common microbial community member, likely influencing cocolonization
and coinfection with other microbes.

IMPORTANCE Bacteria rarely exist in isolation, whether on human tissues or in the environment, and they frequently coinfect
with other microbes. However, relatively little is known about how microbial interspecies interactions alter bacterial behaviors
and pathogenesis. We identified a novel interaction between two bacterial species that frequently infect together—Staphylococ-
cus aureus and Pseudomonas aeruginosa. We show that the S. aureus-secreted protein staphylococcal protein A (SpA), which is
well-known for interacting with host targets, also binds to specific P. aeruginosa cell surface molecules and alters two
persistence-associated P. aeruginosa behaviors: biofilm formation and uptake by host immune cells. Because S. aureus fre-
quently precedes P. aeruginosa in chronic infections, these findings reveal how microbial community interactions can impact
persistence and host interactions during coinfections.
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The majority of research on bacterial infections has focused on
individual species. However, many diseases are caused by con-

sortia of coinfecting microbes. For example, Staphylococcus aureus
is an opportunistic pathogen that frequently infects along with
other bacteria in a range of diseases (1, 2). Many of the most
common and devastating of these infections afflict the heart,
blood vessels, and lungs (3, 4) (particularly those of transplant and
cystic fibrosis [CF] patients [5]), as well as those of skin wounds,
medical devices, and the urinary tract (6, 7). These infections fre-
quently result in chronic persistence (8) and dissemination (9),
two disease characteristics that are often attributed to the forma-

tion of biofilms: dense aggregates of bacteria encased in a protec-
tive extracellular matrix (10). Biofilm matrix composition differs
among species, but it generally includes exopolysaccharides
(EPS), proteins, and extracellular DNA (eDNA) (11). While bio-
film matrices have traditionally been thought to play a primarily
passive, structural role, recent studies have identified additional
matrix functions, such as selective retainment of bioactive pro-
teins (12) and even acting as signaling molecules (13).

The airways of CF patient lungs are host to chronic infections
that are typically polymicrobial. While S. aureus is the bacterium
cultured most frequently from CF patient sputum samples, Pseu-
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domonas aeruginosa increases in prevalence as patients age (14).
Coinfection with P. aeruginosa and S. aureus occurs in approxi-
mately 40% of U.S. children with CF (15) and has been associated
with increased airway inflammation, reduced lung function, and
increased mortality (16, 17). These infections are notoriously per-
sistent despite aggressive antibiotic treatment and robust host in-
flammation, and evidence indicates that biofilm formation con-
tributes to this recalcitrance (18–20).

Studies have found that P. aeruginosa and S. aureus can alter
the behavior of each other in vitro, suggesting that coinfection
could impact each species’ pathogenesis and persistence (21–25).
Most of the research on these interactions has focused on how
P. aeruginosa influences S. aureus (21, 23, 24, 26). For example,
P. aeruginosa-secreted products can inhibit the growth of S. au-
reus, influencing its response to antibiotics (21). P. aeruginosa exo-
products can lyse S. aureus and extract its iron stores for growth
(22), as well as induce airway epithelial cells to kill S. aureus and
other Gram-positive bacteria (27). Therefore, many of the known
interactions between these two species are mediated by P. aerugi-
nosa exoproducts. By comparison, the impact of S. aureus on
P. aeruginosa behavior is less understood. As S. aureus usually
infects at high densities when P. aeruginosa is acquired during CF
and other conditions (14), studying the impact of S. aureus on
P. aeruginosa behaviors has the potential to reveal whether S. au-
reus influences downstream infection by P. aeruginosa.

S. aureus secretes a large repertoire of exoproducts that could
affect other bacteria and the host. This list includes 21 different
extracellular adhesins (which bind a variety of host targets), a large
variety of enzymes (including proteases, autolysins, and nu-
cleases) and small molecules (such as pore-forming exotoxins and
surfactant peptides), extracellular DNA, and a polysaccharide
(28). Together, these S. aureus molecules can mediate attachment
to and invasion of eukaryotic cell surfaces, as well as evasion of the
host immune response, leading to persistent and recurring infec-
tions. However, how these factors impact the microbes that fre-
quently coinfect with S. aureus has not been explored.

The goal of this study was to evaluate the potential of S. aureus
extracellular products to influence P. aeruginosa behaviors rele-
vant for persistent infection, including biofilm formation and sur-
vival against the host immune response. To identify S. aureus
products that interact with P. aeruginosa, we first used a high-

throughput biofilm assay to screen a collection of P. aeruginosa CF
clinical isolates for alteration of biofilm formation when exposed
to S. aureus cell-free culture supernatant. Here we report the first
evidence of a role for a well-studied S. aureus adhesin, staphylo-
coccal protein A (SpA), in mediating bacterial interspecies inter-
actions and for altering the interaction of another bacterial species
with host immune cells. We found that SpA exerts these effects by
binding to P. aeruginosa cell surface targets. These findings high-
light the importance of considering the role of bacterial exoprod-
ucts, which have been traditionally studied in pure culture, in
multispecies infections.

RESULTS
S. aureus alters P. aeruginosa biofilm formation. In order to
identify interspecies interactions relevant to establishing a chronic
infection, we initially screened a small collection of P. aeruginosa
respiratory isolates from children with CF for altered biofilm for-
mation during coculture with the lab strain S. aureus SA113 (29)
and also in SA113 cell-free culture supernatant (SA113 Sup). We
observed that coculturing with S. aureus resulted in a significant
decrease in biofilm biomass formed by many of the P. aeruginosa
clinical isolates (9 of 24 isolates tested) (see Table S2 in the sup-
plemental material) compared to that formed by these isolates
when grown in pure culture (Fig. 1a). Plating experiments showed
the resulting biofilms to be comprised almost entirely of P. aerugi-
nosa (data not shown). Furthermore, culture supernatant derived
from S. aureus SA113 inhibited P. aeruginosa biofilm formation
on plastic surfaces as well as coculture did, indicating that biofilm
inhibition activity was attributable to a molecule released by S. au-
reus into the medium (Fig. 1b and c). Notably, inhibited isolates
still formed air-liquid interface aggregates (pellicles) in SA113 su-
pernatant, suggesting that the observed biofilm inhibition was due
to decreased attachment to abiotic surfaces, but not decreased
cell-cell adhesion. As an aside, we also observed that biofilm for-
mation was stimulated, rather than inhibited, by S. aureus culture
supernatant in 15 of 24 isolates tested (see Table S2). We have
found this biofilm-stimulatory phenotype to be attributable to an
S. aureus-secreted molecule that is different from the biofilm-
inhibitory S. aureus product described here; this stimulatory ac-
tivity will be the subject of a forthcoming manuscript.

To determine whether other S. aureus strains were able to in-

FIG 1 (a) Clonally related P. aeruginosa isolates from patient 102 exhibited inhibition of biofilm formation when grown in coculture with S. aureus SA113,
compared to monoculture in LB. All experiments shown are from crystal violet-stained biofilms after 4 h of growth. The pairs of bars in the graph represent results
for P. aeruginosa cells grown in monoculture in LB (left) or results for coculture with S. aureus S113 (right). (b) P. aeruginosa respiratory isolates from multiple
CF patients, including patient 102, displayed biofilm inhibition when grown in S. aureus SA113 supernatant, compared with growth in LB. Images are from
experiments using crystal violet-stained biofilms after 4 h of growth. Each pair of bars in the graph represent results for growth in LB (left) and growth in SA113
supernatant (right). For panels a and b, an asterisk indicates that the biofilm biomass of patient 102 P. aeruginosa isolates grown in SA113 supernatant differed
significantly from that of each strain grown in LB (Student’s t test; P � 0.05). (c) A representative image of the biofilm inhibition phenotype in the crystal violet
assay. The isolate shown is P. aeruginosa 102-21, after 4 h of growth in buffered medium (LB-MOPS) or cell-free SA113 supernatant after growth in the same
medium.
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hibit P. aeruginosa biofilm formation, we measured biofilm for-
mation by P. aeruginosa clinical isolate 102-21 in cell-free super-
natants from two additional S. aureus laboratory strains and from
7 CF S. aureus isolates from the same children from whom the
P. aeruginosa isolates were collected (including two isolates from
patient 102, the source of the test P. aeruginosa isolate). All super-
natants tested had the same inhibitory activity as SA113 (see Ta-
ble S3 in the supplemental material).

S. aureus secretes a protein(s) responsible for biofilm inhibi-
tion. To identify the molecule(s) in S. aureus supernatant respon-
sible for P. aeruginosa biofilm inhibition, we first subjected SA113
Sup to various physical and chemical treatments in an attempt to
abrogate the inhibition of biofilm formation by P. aeruginosa 102-
21. We found boiling and proteinase K treatment eliminated bio-
film inhibition by SA113 Sup (see Fig. S1 in the supplemental
material). Centrifugation with molecular-weight-cutoff filters in-
dicated that the molecule(s) conferring biofilm inhibition activity
had a mass larger than 30 kDa (see Fig. S1). Biofilm inhibition
activity was not impacted by treatment of the supernatant with
either DNase I or RNase (see Fig. S1). These data suggest that
biofilm inhibition is attributable to at least one protein larger than
30 kDa.

The secreted protein SpA is responsible for P. aeruginosa
biofilm inhibition. In order to identify the protein(s) responsi-
ble for inhibiting biofilm formation, S. aureus SA113 superna-
tant was fractionated by size-exclusion chromatography, and
the fractions were tested for biofilm-inhibitory activity. Liquid
chromatography-tandem mass spectrometry (LC-MS/MS) was
performed on the four fractions that inhibited P. aeruginosa bio-
film formation (see Fig. S2 in the supplemental material), as well
as on total supernatant and 3 inactive fractions. The normalized
spectral abundance factor (NSAF) approach (30) was used to
characterize the relative abundances of specific proteins in active
fractions compared to inactive fractions. The NSAF for an S. au-
reus adhesin, SpA, was increased 10-fold in active versus inactive
fractions (NSAF of 0.2 in active, 0.02 in control), identifying it as a
candidate biofilm inhibitor. SpA is one of a variety of broadly
adhesive extracellular proteins produced by S. aureus known as
microbial surface components recognizing adhesive matrix mol-
ecules, or MSCRAMMs. While most studies of SpA have focused
on the fraction that is covalently anchored to the cell wall, a sig-
nificant amount of SpA is known to be released into the extracel-
lular milieu during growth (31, 32).

To determine if SpA directly inhibits P. aeruginosa biofilms, we
constructed a clean deletion of the spa gene in two S. aureus ge-
netic backgrounds that produced inhibitory activity, SA113 and
HG003. Biofilm inhibition of P. aeruginosa 102-21 by superna-
tants from these mutants was greatly reduced compared to inhi-
bition by wild-type supernatants (Fig. 2a). Additionally, purified
SpA directly added to unconditioned medium resulted in biofilm
inhibition (Fig. 2b). It is possible that other MSCRAMMs pro-
duced by S. aureus, a few of which were identified in total SA113
Sup by LC-MS/MS but not enriched in active fractions (data not
shown), could also inhibit P. aeruginosa biofilm formation. Thus,
we tested five MSCRAMM transposon insertion mutants and
their parent strain, S. aureus JE2. Of these, only mutants defective
for SpA production significantly lost biofilm inhibition activity
(see Fig. S3 in the supplemental material). Therefore, SpA was
primarily responsible for biofilm inhibition by S. aureus superna-
tant. We performed semiquantitative Western blotting with an
anti-SpA antibody on 6-h cell-free S. aureus SA113 culture super-
natant in order to estimate the concentration of SpA present,
which was approximately 100 �g/ml (data not shown).

SpA binds to Psl and type IV pili on the P. aeruginosa cell
surface. We hypothesized that SpA inhibited P. aeruginosa biofilm
formation by binding to specific targets on the cell surface re-
quired for surface adhesion. To test this hypothesis, we compared
the abilities of representative P. aeruginosa isolates that did and
did not exhibit biofilm inhibition (102-21 and 102-2, respectively)
to bind fluorescently labeled SpA (fluorescein isothiocyanate
[FITC]-SpA). We found that 102-2 bound an amount of FITC-
SpA comparable to that bound by wild-type laboratory strain
PAO1 (which also does not exhibit biofilm inhibition) and that
each bound more SpA than 102-21 (see Fig. S4a in the supplemen-
tal material). Therefore, the isolate that exhibited biofilm inhibi-
tion (102-21) bound the least SpA of the three tested, suggesting
that this isolate lacks one or more SpA binding targets present in
uninhibited isolates.

To identify the binding targets of FITC-SpA on P. aeruginosa,
we screened a collection of PAO1 mutants and overexpression
strains for relative SpA binding. P. aeruginosa produces at least
three exopolysaccharides, two of which play a role in biofilm for-
mation by nonmucoid strains (Pel and Psl [34]). We found that
overexpression of Psl, but not Pel, exhibited increased FITC-SpA
binding (Fig. 3a), suggesting that SpA bound to Psl. Similarly, a
mutant known to overproduce Psl (MPAO1 �wspF) exhibited

FIG 2 (a) Inhibition of biofilm formation by P. aeruginosa isolate 102-21 is lost in the absence of SpA. Culture supernatant from S. aureus lab strain HG003
exhibited biofilm inhibitory activity against isolate 102-21, but HG003 �spa supernatant did not. An asterisk indicates a significant difference in biofilm biomass
compared to the LB control (P � 0.05); n.s., not statistically significant compared to the LB control (P � 0.05). (b) Purified SpA inhibited biofilm formation by
Psl� P. aeruginosa in a 4-h crystal violet assay. An asterisk indicates a significant difference in biofilm biomass compared to that of the LB control (P � 0.001).
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enhanced FITC-SpA binding relative to wild type, but a deletion
of the pslD gene in the �wspF genetic background abrogated this
effect (MPAO1 �wspF �pslD) (see Fig. S4b in the supplemental
material). To further test whether SpA binds Psl, we performed
coimmunoprecipitations with SpA-coated beads and P. aerugi-
nosa culture supernatant followed by immunoblot assays with
anti-Psl antibody, and we demonstrated SpA-Psl binding (see
Fig. S5a in the supplemental material). To determine whether SpA
bound to Psl directly or whether binding was indirect and re-
quired a third molecule, such as the known Psl binding adhesion
factor CdrA, we repeated the SpA/Psl coimmunoprecipitation us-
ing boiled P. aeruginosa culture supernatant (see Fig. S5a, bottom
row) and supernatant from MPAO1 �cdrA. We found that Psl
continued to coimmunoprecipitate with SpA, suggesting that SpA
does not require an additional Psl binding protein from P. aerugi-
nosa in order to bind to Psl.

Additionally, we found that SpA bound a component of the
type IV pilus, PilA (Fig. 3b), but not FliC, an external protein
component of flagella (see Fig. S4c in the supplemental material).
We confirmed that SpA binds PilA by coimmunoprecipitation,
followed by a Western blot assay for the PilA protein (see Fig. S5b
in the supplemental material). The PilA protein was present in our
coimmunoprecipitation from two strains producing type IV pili
(wild-type PAO1 and PAO1 �pilT), but absent in negative con-
trols (PAO1 �pilA and supernatant from PAO1 �pilT to which
SpA was not added). Additionally, binding of SpA to PilA was
confirmed by LC-MS/MS analysis of the SpA immunoprecipitate
(NSAF of 0.3 in the coimmunoprecipitation sample, and 0.2 in the
PAO1 supernatant loading control). In contrast, the LC-MS/MS
analysis did not identify FliC as a SpA binding partner (NSAF of
0.03 in the coimmunoprecipitation sample, 0.2 in the PAO1 su-
pernatant loading control), in support of the FITC-SpA experi-
mental results. Finally, we found that S. aureus culture superna-
tant was unable to inhibit binding of FITC-SpA to the cell surface
of wild-type MPAO1, which suggests that the number of binding
sites for SpA on the P. aeruginosa cell surface (including Psl poly-
saccharide and the PilA protein) was in excess of the amount of
SpA present in S. aureus supernatant.

P. aeruginosa Psl production impacts biofilm inhibition by
S. aureus supernatant. To investigate the genetic relationships
between inhibited and uninhibited P. aeruginosa isolates, we per-
formed pulsed-field gel electrophoresis (PFGE) on the P. aerugi-
nosa isolates (n � 16) collected from patient 102 over the course of

2 years. While all of the PFGE patterns among these isolates were
highly similar, indicating that they arose from a single lineage, the
isolates could be placed into 3 PFGE groups based on a single band
shift (see Fig. S6a in the supplemental material). Isolates that did
not display biofilm inhibition had one of two patterns (pattern 1,
22 isolates; pattern 2, 2 isolates), and these patterns differed by a
downward shift in the largest band. Strains that displayed biofilm
inhibition in SA113 Sup exhibited an additional downward shift
of this PFGE band compared to pattern 2 isolates (pattern 3, 9
isolates), suggestive of an additional, larger genomic deletion in
the P. aeruginosa isolates that displayed the biofilm inhibition
phenotype.

We hypothesized that inhibited strains were missing genetic
material that protects against biofilm inhibition by S. aureus. To
better define the genetic differences between these isolates and to
characterize the genomic deletion suggested by PFGE, we se-
quenced the genomes of isolates representing each PFGE pattern
from patient 102: 102-2 (pattern 1; not inhibited), 102-26 (pattern
2; not inhibited), 102-21 (pattern 3; inhibited), 102-30 (pattern 3;
inhibited). In the pattern 3 isolates, we identified a large genomic
deletion, encompassing 202 genes corresponding to the subse-
quent PFGE shift relative to pattern 2 described above (see
Fig. S6b in the supplemental material). Based upon our knowl-
edge of genetic determinants that influence P. aeruginosa biofilm
formation, one set of genes of interest that were absent in the
pattern 3 isolates was the entire Psl biosynthetic operon. As ex-
pected, these isolates did not produce Psl (see Fig. S6c). Neverthe-
less, the inhibited isolates still formed pure culture biofilms at
levels equivalent to their clonally related, noninhibited, Psl-
producing counterparts (see Table S2 in the supplemental mate-
rial). These data suggest an important role for Psl in the biofilm-
inhibitory effect of S. aureus supernatant. In support of this
hypothesis, the 9 P. aeruginosa isolates (collected from 3 different
patients) that displayed biofilm inhibition did not produce appre-
ciable amounts of Psl, as measured via Psl immunoblotting (see
Table S2).

Psl protects P. aeruginosa from biofilm inhibition by S. au-
reus supernatant. Nonmucoid P. aeruginosa isolates were previ-
ously divided into four classes based on their dependencies on EPS
for biofilm formation (34). To further investigate the role of Psl
production in biofilm inhibition by S. aureus, we assayed a subset
of P. aeruginosa isolates from both clinical and environmental
sources that represented each of these four classes. We found that

FIG 3 (a) SpA binds to P. aeruginosa Psl. Shown are fluorescence levels of FITC-SpA after incubation with the indicated strains, followed by washing. The
asterisk indicates a significant difference in relative FITC fluorescence compared to the PBS control (P � 0.05); n.s., not statistically significant compared to the
PBS control (P � 0.05). (b) FITC-SpA binding assay (also shown in Fig. S5a in the supplemental material) with the indicated strains, suggesting that SpA binds
to P. aeruginosa surface type IV pili. Asterisks indicate a significant difference in relative FITC fluorescence compared to that of wild-type PAO1 (P � 0.05).
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mutants defective for Psl production (�pslD) were inhibited for
biofilm formation regardless of matrix usage class, whereas iso-
genic wild-type strains that produced Psl were not inhibited (see
Table S2 in the supplemental material). Additionally, we found
that, whereas a P. aeruginosa mutant lacking Psl was inhibited for
biofilm formation by S. aureus supernatant (MPAO1 �pslD), a
mutation for SpA’s other P. aeruginosa cell surface target (type IV
pili; MPAO1 �pilA) was not inhibited in S. aureus supernatant
(see Fig. S6d in the supplemental material). Finally, we found that
preincubating purified SpA with purified Psl abrogated the
biofilm-inhibitory effect of SpA on MPAO1 �pslD in a crystal
violet assay (see Fig. S6e). Together with the observations for clin-
ical isolates, these results indicate that Psl protects P. aeruginosa
from biofilm inhibition by S. aureus.

SpA reduces phagocytosis of P. aeruginosa by neutrophils.
While the in vitro biofilm assay provided a convenient platform
for identifying P. aeruginosa cell surface targets of SpA binding,
and biofilm formation on abiotic surfaces is likely important for
some chronic infections, the relevance of this model for CF infec-
tions and other chronic infections without abiotic surfaces is less
clear. In contrast, each of these chronic infections is characterized
by a marked host response. SpA is known to influence host im-

mune responses to S. aureus. For example, S. aureus surface-
associated SpA is known to protect S. aureus cells from opsoniza-
tion by host IgG, and thus from neutrophil phagocytosis (35). SpA
binds many mammalian IgG molecules at the nonvariable Fc re-
gion (36). Since SpA can bind to at least two abundant P. aerugi-
nosa surface structures, Psl and PilA, we hypothesized that extra-
cellular SpA would also protect P. aeruginosa from neutrophil
phagocytosis by inhibiting opsonization by IgG. To test this hy-
pothesis, we measured neutrophil phagocytosis of P. aeruginosa
when opsonized with anti-Pseudomonas antibody in the presence
and absence of SpA (Fig. 4a). We found that the addition of SpA
significantly altered IgG-mediated neutrophil phagocytosis; how-
ever, further mechanistic insight came from altering the order of
addition of antibody and SpA. Opsonization of P. aeruginosa with
IgG prior to incubating with SpA (followed by washing) led to
decreased phagocytosis of wild-type MPAO1 by neutrophils, pre-
sumably because exposed Fc receptors on Pseudomonas-bound
antibody were then “capped” by SpA, preventing uptake. Further-
more, incubation with SpA prior to opsonization (analogous to
the effect of membrane-associated SpA on S. aureus cells) de-
creased uptake by neutrophils by approximately 60% in wild-type
MPAO1 (the strain that binds the most SpA).

FIG 4 (a) SpA protects P. aeruginosa from neutrophil phagocytosis, as shown in these representative images from neutrophil phagocytosis experiments of the
indicated P. aeruginosa strains, with and without the addition of SpA and/or antipseudomonal antibody. Blue, nuclei; green/yellow, extracellular P. aeruginosa;
red, internalized P. aeruginosa. Asterisks indicate a significant difference in phagocytosis compared to the addition of Pseudomonas antibody only (*, P � 0.05;
**, P � 0.001; n.s., no significant difference relative to Pseudomonas antibody only). Bar, 20 �m. Magnification (oil objective), �60. The numbers (means �
standard deviations) of internalized bacteria are indicated in parentheses and are representative of 100 infected cells (neutrophils), examined from triplicate
coverslips. (b) Model of two mechanisms of SpA protection of P. aeruginosa from IgG-mediated opsonophagocytosis. (I and II) Broad protection for both
wild-type MPAO1 and MPAO1 �pilA �pslD due to SpA binding to the exposed Fc region of the antipseudomonal (�-Pa) IgG. (III) Specific protection of
wild-type MPAO1 via binding of SpA to two receptors on the P. aeruginosa cell surface (Psl and type 4 pili) prior to opsonization with IgG. (IV) When
preincubated with SpA prior to opsonization by IgG, MPAO1 �pilA �pslD is not protected from neutrophil phagocytosis, because it is unable to bind SpA on its
cell surface.
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To determine whether SpA protection against neutrophil up-
take was mediated by its association with Psl and PilA when pre-
incubated with P. aeruginosa prior to antibody challenge, we re-
peated the phagocytosis experiments with MPAO1 �pslD �pilA.
Opsonization prior to adding SpA protected this mutant from
phagocytosis similar to that for wild-type MPAO1. In contrast
with wild-type MPAO1, however, preincubating this mutant with
SpA prior to opsonization did not significantly decrease uptake by
neutrophils (Fig. 4a and b, image IV), suggesting that this mech-
anism of protection requires the presence of cell surface binding
targets for SpA. Additionally, we performed the same experiment
in the MPAO1 �pslD single-mutant background and again ob-
served no protection from phagocytosis upon preincubation with
SpA (data not shown). This observation suggests that Psl is neces-
sary for SpA-mediated protection of P. aeruginosa from neutro-
phil phagocytosis and that the presence of PilA alone on the cell
surface is not sufficient for this protection.

Together, these results suggested that SpA inhibited neutrophil
phagocytosis of P. aeruginosa by at least two mechanisms: (i) by
blocking antibody prebound to P. aeruginosa from being recog-
nized by neutrophils (Fig. 4b, images I and II) and (ii) analogous
to its function on the S. aureus cell surface, by binding antibody
such that the Fc region was obscured from recognition by neutro-
phil Fc receptors (Fig. 4b, image III). Therefore, SpA protects at
least one bacterial species other than S. aureus against IgG-
mediated neutrophil phagocytosis when attached to the bacterial
cell surface.

DISCUSSION

We found that the S. aureus extracellular adhesin SpA binds to
specific cell surface targets of P. aeruginosa, impacting its
persistence-related behaviors. Coinfection with these two organ-
isms is common in CF patients; in a recent study among our local
pediatric CF population, 40% of patients were coinfected with
P. aeruginosa and S. aureus over a 2-year period (15). It has been
suggested that early infection by S. aureus may prime the airway
for future infection by P. aeruginosa (33, 37). In two separate stud-
ies, detection of S. aureus was a risk factor for earlier infection with
P. aeruginosa (38, 39). Our results indicate that S. aureus may
impact the adhesion and phagocytosis of P. aeruginosa in vivo
through secreted products, particularly SpA, which is known to be
highly expressed during growth of CF S. aureus clinical isolates in
a medium that mimics CF sputum (40). SpA is an important S. au-
reus virulence factor that is known to play multiple roles in medi-
ating the interaction of S. aureus with eukaryotic cell targets within
the host environment. This study provides the first evidence of an
additional role for extracellular SpA in mediating bacterial inter-
species interactions and for influencing the interaction of another
bacterial species with the host.

Our results also indicate that SpA interacts with two specific
structures on the P. aeruginosa cell surface: the Psl polysaccharide
and the PilA protein component of type IV pili, both of which are
known to be important determinants of P. aeruginosa biofilm for-
mation (41, 42). Furthermore, our results demonstrate that SpA
inhibits biofilm formation by P. aeruginosa strains that do not
produce Psl, and our data suggest that SpA may do so by binding
to type IV pili in the absence of Psl. Psl and type IV pili are known
to affect biofilm formation in complex, connected ways. For ex-
ample, type IV pili are known to contribute only to the earliest
stage of biofilm formation (surface attachment) in strains that do

not produce Psl (e.g., PA14) (41), but in Psl-producing strains,
type IV pili also contribute to later stages of biofilm formation
(43). Therefore, Psl protection against SpA-mediated biofilm in-
hibition could occur via two different, but not mutually exclusive,
mechanisms. First, Psl may mask or otherwise outcompete or pre-
vent SpA binding to PilA, thereby leaving type IV pili free to con-
tribute to biofilm development. Alternatively, the Psl polysaccha-
ride itself may be sufficient to mediate cell attachment to surfaces,
independent of SpA binding to type IV pili. P. aeruginosa forms
different types of biofilms, including surface-associated commu-
nities and unattached aggregates. We found that SpA inhibited the
former but not the latter type of biofilm. While the relevance of
abiotic surface-attached biofilms for CF infections is not known,
this observation provided a convenient and sensitive assay for
identifying cell surface structures important for the effect of SpA
on phagocytosis and, perhaps, other behaviors relevant to chronic
infection.

Clinical isolates of P. aeruginosa defective for Psl production
have not been previously described. However, P. aeruginosa pop-
ulations are known to diversify phenotypically and genotypically
during chronic infections, such as in CF infections, often impact-
ing EPS production (44–46). We found that P. aeruginosa strains
that produce high levels of Psl (rugose small-colony variants
[RSCVs] PAO1 �fliC and PAO1 �wspF) (see Fig. S5c in the sup-
plemental material) hyperbind extracellular SpA in vitro. As clin-
ical isolates with this EPS hyperproduction phenotype are isolated
frequently from CF patients (47), it is possible that this interaction
with SpA may serve to protect a diverse population of P. aerugi-
nosa isolates from opsonophagocytosis in polymicrobial infec-
tions. Future work will be required to identify whether P. aerugi-
nosa biofilm matrix production phenotypes impact the
persistence of one or both species during coinfection and the ex-
tent to which an interaction of the Psl polysaccharide with extra-
cellular SpA is involved.

SpA is often described as a multifunctional virulence factor,
and among its best-known binding targets is the Fc� domain of
mammalian IgGs. For SpA associated with the S. aureus cell sur-
face, Fc� binding results in coating of the S. aureus cell surface
with IgG molecules oriented “outward,” such that they cannot
bind to the neutrophil Fc receptor (28), preventing Fc receptor-
mediated opsonophagocytosis and bacterial killing (48). Here,
we found that SpA can perform a similar function for other
bacteria: SpA protected P. aeruginosa from IgG-mediated neu-
trophil opsonophagocytosis in vitro, and full protection re-
quired the presence of both Psl and PilA. SpA’s ability to bind
to the Psl polysaccharide suggests that the P. aeruginosa EPS ma-
trix could selectively retain SpA. However, the contribution of
extracellular SpA to multifactorial behaviors like bacterial persis-
tence, particularly in a polymicrobial community, remains largely
understudied.

We found that exogenous addition of SpA subsequent to op-
sonization of P. aeruginosa by IgG impeded phagocytosis by neu-
trophils regardless of whether the P. aeruginosa strain expressed
either Psl or type IV pili. Under these conditions, we predict that
SpA binds to and blocks the exposed Fc region on IgG, thus ren-
dering it unavailable for binding by a neutrophil Fc receptor, an
early step in initiation of IgG-mediated phagocytosis (Fig. 4b, im-
ages I and II). It is likely that this protective effect of extracellular
SpA is broadly applicable to other bacterial species when coinfect-
ing with S. aureus in a polymicrobial infection independent of the
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bacterium’s ability to bind SpA on its cell surface. Second, and
more specific to P. aeruginosa, we found that SpA that was bound
to the cell surface of P. aeruginosa prior to exposure to IgG signif-
icantly reduced phagocytosis by neutrophils. We showed that this
effect was dependent on the ability of SpA to bind to the cell
surface of P. aeruginosa: phagocytosis of a strain of P. aeruginosa
incapable of producing either Psl or type IV pili was unaffected by
preincubation with SpA. Therefore, our results suggest that
P. aeruginosa is able to share the protective benefit of extracellular
SpA produced by S. aureus, resulting in a reduction in IgG-
mediated phagocytosis of P. aeruginosa by neutrophils, through at
least two mechanisms. While protective in vitro interactions be-
tween these two species have been previously observed (21, 24,
49), none has involved a manipulation of the host immune re-
sponse.

In addition to identifying a new interspecies role for SpA, our
findings also suggest a novel social role for Psl, in which this EPS
interacts with nearby bacterial species through their exoproducts.
Specifically, production of Psl determines the ability of a P. aerugi-
nosa strain to attach to surfaces and influences neutrophil uptake
of opsonized P. aeruginosa cells when SpA is present. While SpA
bound to the cell surface of P. aeruginosa retains at least one im-
portant known function, protection from IgG-mediated phago-
cytosis, further work to define whether SpA retains any of its ad-
ditional known functions when bound to P. aeruginosa (such as
binding to von Willebrand factor [50] or tumor necrosis factor-�
receptor 1 [51]) will allow us to better understand the full scope of
this interspecies interaction and its relevance for a variety of dis-
eases. Given that bacteria rarely exist in isolation, whether in hu-
man tissues or in the environment, these results underscore the
need for more work to define the collective function of extracel-
lular microbial virulence factors in polymicrobial systems.

MATERIALS AND METHODS
Bacterial strains and media. Bacterial isolates and plasmids used in this
study are listed in Table S1 in the supplemental material). Unless other-
wise noted, strains were grown at 37°C in Luria-Bertani (LB; Becton,
Dickinson) broth buffered with 50 mM morpholinopropanesulfonic acid
(MOPS; pH 7.0) (LB-MOPS). Clinical bacterial isolates identified in Ta-
ble S1 were collected as part of a single-center clinical study of children
with CF (15) approved by the Seattle Children’s Hospital IRB (no. 12496).

Screen for altered biofilm phenotypes in S. aureus supernatant. We
screened 24 P. aeruginosa clinical isolates from 9 pediatric cystic fibrosis
patients for altered biofilm formation in S. aureus cell-free culture super-
natant, as measured in a crystal violet attachment assay in microtiter
plates (Nunc, Thermo Scientific, Waltham, MA). Biofilm “inhibition”
was defined as a statistically significant decrease (P � 0.05) in biofilm
biomass as measured by the CV assay in S. aureus SA113 supernatant over
the same strain grown in LB-MOPS.

S. aureus supernatant treatment and bioassay-guided fraction-
ation. S. aureus cell-free supernatant was subjected to the following treat-
ments in order to characterize the biofilm inhibition signal: boiling, pro-
teinase K (Sigma-Aldrich, St. Louis, MO), DNase I (NEB, Ipswitch, MA),
RNase I (Thermo Scientific, Waltham, MA), and molecular-weight-cutoff
filters (Amicon; Sigma-Aldrich, St. Louis, MO). Crystal violet assays were
performed with PA102-2 and PA102-21 as previously described, to test for
retention of biofilm-inhibitory activity in the supernatant after each treat-
ment. Size-exclusion fast-protein liquid chromatography (FPLC) was
performed using a HiPrep 16/60 Sephacryl S200 (GE Healthcare) column,
and each fraction was screened for biofilm-inhibitory activity against
strain 102-21 in the CV assay. Six inhibitory fractions and three nonin-
hibitory control fractions were chosen for LC-MS/MS.

Identification of candidate biofilm-inhibitory proteins by mass
spectrometry (LC-MS/MS). Candidate biofilm-inhibitory proteins were
identified based on their frequency of detection in active fractions com-
pared to inactive control fractions, as determined based on NSAF, with a
focus on predicted extracellular proteins.

Identification of SpA as a biofilm inhibitor protein. Cell-free culture
supernatant was prepared from SA113 �spa, and the CV assay was re-
peated with PA102-2 and PA102-21. Loss of biofilm inhibition activity
was defined as a statistically significant increase in PA102-21 biofilm bio-
mass in SA113 �spa supernatant compared to wild-type SA113 superna-
tant. Purified SpA (Sigma) was added into LB-MOPS at 10 and 100 �g/ml,
and the CV assay was repeated with PA102-2 and PA102-21. Biofilm in-
hibition activity was defined as a statistically significant decrease in
PA102-21 biofilm biomass in wells with purified SpA compared to wells
with LB-MOPS alone and compared to wells with 10 or 100 �g/ml bovine
serum albumin (negative control).

Sequencing of 102 series. Whole-genome sequencing was performed
on four clonally related, clinical P. aeruginosa isolates: two biofilm-
inhibited (102-21 and 102-30) and two noninhibited (102-2 and 102-26)
isolates, essentially as previously described (52). Annotated genomes can
be viewed at http://tools.nwrce.org/pgat/.

Psl immunoblot assay. P. aeruginosa isolates were grown in LB-
MOPS overnight at 37°C with shaking (225 rpm). The Psl immunoblot
assay was performed as previously described (33). To detect Psl in these
samples, an anti-Psl antibody cocktail containing 3 monoclonal anti-Psl
antibodies (MedImmune, Gaithersburg, MD) was used at a 1:3,000 dilu-
tion for 1 h in Tris-buffered saline with Tween 20 (TBST) and 1% milk,
followed by a secondary goat anti-human antibody (Abcam, Cambridge,
MA) at 1:5,000 for 1 h in TBST.

FITC-SpA binding assay. P. aeruginosa isolates were grown to mid-
log phase in LB-MOPS. FITC-labeled SpA (Sigma-Aldrich, St. Louis, MO)
was added to each culture at a final concentration of 100 �g/ml. Cultures
were incubated for 10 min at room temperature, then pelleted and washed
three times with phosphate-buffered saline (PBS). The cell suspension
was transferred to a Costar flat-bottom, black with clear bottom 96-well
plate (Sigma-Aldrich, St. Louis, MO). Relative FITC-SpA binding of each
strain was determined by calculating the relative fluorescence: the FITC
fluorescence (excitation at 495 nm, emission at 519 nm) normalized to the
cell density (the optical density at 600 nm [OD600]).

Coimmunoprecipitation results for SpA with PilA and Psl. Protein
G Dynabeads (Life Technologies, Carlsbad, CA) were incubated with
100 �g/ml anti-SpA monoclonal antibody (Sigma-Aldrich, St. Louis,
MO) following the manufacturer’s instructions, and then incubated with
100 �g/ml purified protein A (Sigma-Aldrich, St. Louis, MO) for 20 min
at 4°C. Beads were washed three times with Tris-buffered saline (TBS)
plus 0.1% Tween and resuspended in TBS. To assay for SpA binding to Psl,
wild-type MPAO1, MPAO1 �pslD, or MPAO1 �cdrA were grown over-
night in LB-MOPS. Cultures were normalized for cell density, cells were
pelleted, and the supernatant was saved for coimmunoprecipitation with
SpA. Triton X-100 was added to each supernatant sample to a final con-
centration of 0.1% in the supernatant. Coimmunoprecipitation reaction
mixtures were incubated at 4°C for 1 h on a low-speed rotator. Beads were
washed four times with washing buffer (TBS with 200 mM NaCl and 0.1%
Triton X-100), then resuspended in 0.5 M EDTA, pH 8.0. Psl was detected
in these samples by performing Psl immunoblot assays as described in the
“Psl immunoblot assay” section above.

For the PilA coimmunoprecipitation experiment, the following
strains were used: wild-type MPAO1, MPAO1 �pilT, and MPAO1 �pilA.
Supernatants from overnight cultures of each strain were spiked with
100 �g/ml SpA and incubated on a rotator at 4°C for 1 h. Protein G
Dynabeads that had been preloaded with anti-SpA monoclonal antibody
were added to each reaction mixture, incubated at 4°C on a rotator for 1 h,
then washed and resuspended in Laemmli buffer (Bio-Rad Laboratories,
Hercules, CA). Proteins were run on an SDS-PAGE gel (Bio-Rad) and
then transferred to a nitrocellulose membrane for Western blotting with
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anti-PilA polyclonal and an anti-SpA polyclonal antibody (Sigma-
Aldrich, St. Louis, MO).

Identification of SpA binding target on the P. aeruginosa cell surface
by mass spectrometry (LC-MS/MS). Coimmunoprecipitations of SpA
with P. aeruginosa supernatants were performed as described above and
samples were run on an SDS-PAGE gel. Bands were cut from the gel, and
LC-MS/MS was performed as described above, but using in-gel protein
digests. Peptides were identified using the P. aeruginosa PAO1 FASTA
database. Coimmunoprecipitation pairs with an NSAF score greater than
0.05 were considered SpA binding targets.

Neutrophil isolation and phagocytosis assays. Human neutrophils
were obtained from healthy adult donors, using an approved IRB protocol
(number 2009H0314) at The Ohio State University. Cells were isolated,
and phagocytosis assays were performed as previously described (53) us-
ing an antipseudomonal antibody and 100 �g/ml SpA.

Further details on our methods are described in Text S1 in the supple-
mental material.

SUPPLEMENTAL MATERIAL
Supplemental material for this article may be found at http://mbio.asm.org/
lookup/suppl/doi:10.1128/mBio.00538-16/-/DCSupplemental.

Text S1, DOCX file, 0.1 MB.
Figure S1, TIF file, 0.7 MB.
Figure S2, TIF file, 1.3 MB.
Figure S3, TIF file, 0.9 MB.
Figure S4, TIF file, 2.4 MB.
Figure S5, TIF file, 1.1 MB.
Figure S6, TIF file, 2.6 MB.
Table S1, DOCX file, 0.1 MB.
Table S2, DOCX file, 0.1 MB.
Table S3, DOCX file, 0.1 MB.

ACKNOWLEDGMENTS

We thank J. Harrison and K. Colvin for providing laboratory strains of
P. aeruginosa and R. Urbano for technical assistance.

This work was supported by grants from the Cystic Fibrosis Founda-
tion (HOFFMA07P0) and the UW CF-RDP, the NIH (P30DK089507,
1K02HL105543-01, and T32GM007270), and the American Thoracic So-
ciety (CF-07-003).

The funders had no role in study design, data collection and interpre-
tation, or the decision to submit the work for publication.

FUNDING INFORMATION
This work, including the efforts of Lucas R. Hoffman, was funded by HHS
| National Institutes of Health (NIH) (1K02HL105543-543 01). This
work, including the efforts of Catherine R Armbruster, was funded by
HHS | National Institutes of Health (NIH) (T32GM007270). This work,
including the efforts of Matthew R. Parsek, was funded by HHS | NIH |
National Institute of Allergy and Infectious Diseases (NIAID)
(2R01AI077628-05A1). This work, including the efforts of Daniel J
Wozniak, was funded by HHS | NIH | National Institute of Allergy and
Infectious Diseases (NIAID) (1R01 AI097511-01A1). This work, includ-
ing the efforts of Matthew R. Parsek and Lucas R. Hoffman, was funded by
HHS | NIH | National Institute of Diabetes and Digestive and Kidney
Diseases (NIDDK) (1P30 DK089507-01). This work, including the efforts
of Matthew R. Parsek and Lucas R. Hoffman, was funded by Cystic Fibro-
sis Foundation (CF Foundation) (CFR565-CR11 and HOFFMA07P0).
This work, including the efforts of Lucas R. Hoffman, was funded by
American Thoracic Society (ATS) (CF-07-003).

REFERENCES
1. Donlan RM. 2001. Biofilms and device-associated infections. Emerg In-

fect Dis 7:277–281. http://dx.doi.org/10.3201/eid0702.700277.
2. Bongiorni MG, Tascini C, Tagliaferri E, Di Cori A, Soldati E, Leonildi

A, Zucchelli G, Ciullo I, Menichetti F. 2012. Microbiology of cardiac

implantable electronic device infections. Europace 14:1334 –1339. http://
dx.doi.org/10.1093/europace/eus044.

3. Yamane K, Hirose H, Mather PJ, Silvestry SC. 2011. Mycotic pseudo-
aneurysm of the ascending aorta after heart transplantation: case report.
Transplant Proc 43:2055–2058. http: / /dx.doi .org/10.1016/
j.transproceed.2010.12.056.

4. Sousa C, Botelho C, Rodrigues D, Azeredo J, Oliveira R. 2012. Infective
endocarditis in intravenous drug abusers: an update. Eur J Clin Microbiol
Infect Dis 31:2905–2910. http://dx.doi.org/10.1007/s10096-012-1675-x.

5. Hauser AR, Jain M, Bar-Meir M, McColley SA. 2011. Clinical signifi-
cance of microbial infection and adaptation in cystic fibrosis. Clin Micro-
biol Rev 24:29 –70. http://dx.doi.org/10.1128/CMR.00036-10.

6. Gavin PJ, Suseno MT, Cook FV, Peterson LR, Thomson RB, Jr. 2003.
Left-sided endocarditis caused by Pseudomonas aeruginosa: successful
treatment with meropenem and tobramycin. Diagn Microbiol Infect Dis
47:427– 430. http://dx.doi.org/10.1016/S0732-8893(03)00135-4.

7. Bicanic TA, Eykyn SJ. 2002. Hospital-acquired, native valve endocarditis
caused by Pseudomonas aeruginosa. J Infect 44:137–139. http://dx.doi.org/
10.1053/jinf.2001.0926.

8. Hall-Stoodley L, Costerton JW, Stoodley P. 2004. Bacterial biofilms:
from the natural environment to infectious diseases. Nat Rev Microbiol
2:95–108. http://dx.doi.org/10.1038/nrmicro821.

9. Kaplan JB. 2010. Biofilm dispersal: mechanisms, clinical implications,
and potential therapeutic uses. J Dent Res 89:205–218. http://dx.doi.org/
10.1177/0022034509359403.

10. Costerton JW, Stewart PS, Greenberg EP. 1999. Bacterial biofilms: a
common cause of persistent infections. Science 284:1318 –1322. http://
dx.doi.org/10.1126/science.284.5418.1318.

11. Flemming H, Wingender J. 2010. The biofilm matrix. Nat Rev Microbiol
8:623– 633. http://dx.doi.org/10.1038/nrmicro2415.

12. Absalon C, Ymele-Leki P, Watnick PI. 2012. The bacterial biofilm matrix
as a platform for protein delivery. mBio 3:e00127-12. http://dx.doi.org/
10.1128/mBio.00127-12.

13. Irie Y, Borlee BR, O’Connor JR, Hill PJ, Harwood CS, Wozniak DJ,
Parsek MR. 2012. Self-produced exopolysaccharide is a signal that stim-
ulates biofilm formation in Pseudomonas aeruginosa. Proc Natl Acad Sci U
S A 109:20632–20636. http://dx.doi.org/10.1073/pnas.1217993109.

14. Cystic Fibrosis Foundation. 2015. Patient registry: annual data report
2014. Cystic Fibrosis Foundation, Bethesda, MD.

15. Wolter DJ, Emerson JC, McNamara S, Buccat AM, Qin X, Cochrane E,
Houston LS, Rogers GB, Marsh P, Prehar K, Pope CE, Blackledge M,
Déziel E, Bruce KD, Ramsey BW, Gibson RL, Burns JL, Hoffman LR.
2013. Staphylococcus aureus small-colony variants are independently asso-
ciated with worse lung disease in children with cystic fibrosis. Clin Infect
Dis 57:384 –391. http://dx.doi.org/10.1093/cid/cit270.

16. Sagel SD, Sontag MK, Accurso FJ. 2009. Relationship between antimi-
crobial proteins and airway inflammation and infection in cystic fibrosis.
Pediatr Pulmonol 44:402– 409. http://dx.doi.org/10.1002/ppul.21028.

17. Hudson VL, Wielinski CL, Regelmann WE. 1993. Prognostic implica-
tions of initial oropharyngeal bacterial flora in patients with cystic fibrosis
diagnosed before the age of two years. J Pediatr 122:854 – 860. http://
dx.doi.org/10.1016/S0022-3476(09)90007-5.

18. Stewart PS, William Costerton J. 2001. Antibiotic resistance of bacteria in
biofilms. Lancet 358:135–138. http://dx.doi.org/10.1016/S0140
-6736(01)05321-1.

19. Singh PK, Schaefer AL, Parsek MR, Moninger TO, Welsh MJ, Green-
berg EP. 2000. Quorum-sensing signals indicate that cystic fibrosis lungs
are infected with bacterial biofilms. Nature 407:762–764. http://
dx.doi.org/10.1038/35037627.

20. Thurlow LR, Hanke ML, Fritz T, Angle A, Aldrich A, Williams SH,
Engebretsen IL, Bayles KW, Horswill AR, Kielian T. 2011. Staphylococ-
cus aureus biofilms prevent macrophage phagocytosis and attenuate in-
flammation in vivo. J Immunol 186:6585– 6596. http://dx.doi.org/
10.4049/jimmunol.1002794.

21. Hoffman LR, Déziel E, D’Argenio DA, Lépine F, Emerson J, McNamara
S, Gibson RL, Ramsey BW, Miller SI. 2006. Selection for Staphylococcus
aureus small-colony variants due to growth in the presence of Pseudomo-
nas aeruginosa. Proc Natl Acad Sci U S A 103:19890 –19895. http://
dx.doi.org/10.1073/pnas.0606756104.

22. Mashburn LM, Jett AM, Akins DR, Whiteley M. 2005. Staphylococcus
aureus serves as an iron source for Pseudomonas aeruginosa during in vivo
coculture. J Bacteriol 187:554 –566. http://dx.doi.org/10.1128/
JB.187.2.554-566.2005.

Armbruster et al.

8 ® mbio.asm.org May/June 2016 Volume 7 Issue 3 e00538-16

http://mbio.asm.org/lookup/suppl/doi:10.1128/mBio.00538-16/-/DCSupplemental
http://mbio.asm.org/lookup/suppl/doi:10.1128/mBio.00538-16/-/DCSupplemental
http://dx.doi.org/10.3201/eid0702.700277
http://dx.doi.org/10.1093/europace/eus044
http://dx.doi.org/10.1093/europace/eus044
http://dx.doi.org/10.1016/j.transproceed.2010.12.056
http://dx.doi.org/10.1016/j.transproceed.2010.12.056
http://dx.doi.org/10.1007/s10096-012-1675-x
http://dx.doi.org/10.1128/CMR.00036-10
http://dx.doi.org/10.1016/S0732-8893(03)00135-4
http://dx.doi.org/10.1053/jinf.2001.0926
http://dx.doi.org/10.1053/jinf.2001.0926
http://dx.doi.org/10.1038/nrmicro821
http://dx.doi.org/10.1177/0022034509359403
http://dx.doi.org/10.1177/0022034509359403
http://dx.doi.org/10.1126/science.284.5418.1318
http://dx.doi.org/10.1126/science.284.5418.1318
http://dx.doi.org/10.1038/nrmicro2415
http://dx.doi.org/10.1128/mBio.00127-12
http://dx.doi.org/10.1128/mBio.00127-12
http://dx.doi.org/10.1073/pnas.1217993109
http://dx.doi.org/10.1093/cid/cit270
http://dx.doi.org/10.1002/ppul.21028
http://dx.doi.org/10.1016/S0022-3476(09)90007-5
http://dx.doi.org/10.1016/S0022-3476(09)90007-5
http://dx.doi.org/10.1016/S0140-6736(01)05321-1
http://dx.doi.org/10.1016/S0140-6736(01)05321-1
http://dx.doi.org/10.1038/35037627
http://dx.doi.org/10.1038/35037627
http://dx.doi.org/10.4049/jimmunol.1002794
http://dx.doi.org/10.4049/jimmunol.1002794
http://dx.doi.org/10.1073/pnas.0606756104
http://dx.doi.org/10.1073/pnas.0606756104
http://dx.doi.org/10.1128/JB.187.2.554-566.2005
http://dx.doi.org/10.1128/JB.187.2.554-566.2005
mbio.asm.org


23. Korgaonkar AK, Whiteley M. 2011. Pseudomonas aeruginosa enhances
production of an antimicrobial in response to N-acetylglucosamine and
peptidoglycan. J Bacteriol 193:909 –917. http://dx.doi.org/10.1128/
JB.01175-10.

24. Billings N, Millan M, Caldara M, Rusconi R, Tarasova Y, Stocker R,
Ribbeck K. 2013. The extracellular matrix component Psl provides fast-
acting antibiotic defense in Pseudomonas aeruginosa biofilms. PLoS Pat-
hog 9:e1003526. http://dx.doi.org/10.1371/journal.ppat.1003526.

25. Pastar I, Nusbaum AG, Gil J, Patel SB, Chen J, Valdes J, Stojadinovic
O, Plano LR, Tomic-Canic M, Davis SC. 2013. Interactions of methicillin
resistant Staphylococcus aureus USA300 and Pseudomonas aeruginosa in
polymicrobial wound infection. PLoS One 8:e56846. http://dx.doi.org/
10.1371/journal.pone.0056846.

26. Filkins LM, Graber JA, Olson DG, Dolben EL, Lynd LR, Bhuju S,
O’Toole GA. 2015. Coculture of Staphylococcus aureus with Pseudomonas
aeruginosa drives S. aureus towards fermentative metabolism and reduced
viability in a cystic fibrosis model. J Bacteriol 197:2252–2264. http://
dx.doi.org/10.1128/JB.00059-15.

27. Pernet E, Guillemot L, Burgel P-R, Martin C, Lambeau G, Sermet-
Gaudelus I, Sands D, Leduc D, Morand PC, Jeammet L, Chignard M,
Wu Y, Touqui L. 2014. Pseudomonas aeruginosa eradicates Staphylococcus
aureus by manipulating the host immunity. Nat Commun 5:5105. http://
dx.doi.org/10.1038/ncomms1605.

28. Foster TJ. 2005. Immune evasion by staphylococci. Nat Rev Microbiol
3:948 –958. http://dx.doi.org/10.1038/nrmicro1289.

29. Iordanescu S, Surdeanu M. 1976. Two restriction and modification sys-
tems in Staphylococcus aureus NCTC8325. J Gen Microbiol 96:277–281.
http://dx.doi.org/10.1099/00221287-96-2-277.

30. Zybailov B, Mosley AL, Sardiu ME, Coleman MK, Florens L, Washburn
MP. 2006. Statistical analysis of membrane proteome expression changes
in Saccharomyces cerevisiae. J Proteome Res 5:2339 –2347. http://
dx.doi.org/10.1021/pr060161n.

31. Ton-That H, Liu G, Mazmanian SK, Faull KF, Schneewind O. 1999.
Purification and characterization of sortase, the transpeptidase that
cleaves surface proteins of Staphylococcus aureus at the LPXTG motif. Proc
Natl Acad Sci U S A 96:12424 –12429. http://dx.doi.org/10.1073/
pnas.96.22.12424.

32. Becker S, Frankel MB, Schneewind O, Missiakas D. 2014. Release of
protein A from the cell wall of Staphylococcus aureus. Proc Natl Acad Sci U
S A 111:1574 –1579. http://dx.doi.org/10.1073/pnas.1317181111.

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

34. Colvin KM, Irie Y, Tart CS, Urbano R, Whitney JC, Ryder C, Howell
PL, Wozniak DJ, Parsek MR. 2012. The Pel and Psl polysaccharides
provide Pseudomonas aeruginosa structural redundancy within the biofilm
matrix. Environ Microbiol 14:1913–1928. http://dx.doi.org/10.1111/
j.1462-2920.2011.02657.x.

35. Peterson PK, Verhoef J, Sabath LD, Quie PG. 1977. Effect of protein A
on staphylococcal opsonization. Infect Immun 15:760 –764.

36. Forsgren A, Sjoquist J. 1966. Protein A from S. aureus. I. Pseudo-immune
reaction with human gamma-globulin. J Immunol (Baltimore) 97:
822– 827.

37. Lyczak JB, Cannon CL, Pier GB. 2000. Establishment of Pseudomonas
aeruginosa infection: lessons from a versatile opportunist. Microbes Infect
2:1051–1060. http://dx.doi.org/10.1016/S1286-4579(00)01259-4.

38. Kosorok MR, Jalaluddin M, Farrell PM, Shen G, Colby CE, Laxova A,
Rock MJ, Splaingard M. 1998. Comprehensive analysis of risk factors for
acquisition of Pseudomonas aeruginosa in young children with cystic fibro-
sis. Pediatr Pulmonol 26:81– 88. http://dx.doi.org/10.1002/(SICI)1099
-0496(199808)26:2�81::AID-PPUL2�3.0.CO;2-K.

39. Rosenfeld M, Emerson J, McNamara S, Thompson V, Ramsey BW,

Morgan W, Gibson RL, EPIC Study Group. 2012. Risk factors for age at
initial Pseudomonas acquisition in the cystic fibrosis epic observational
cohort. J Cyst Fibros 11:446 – 453. http://dx.doi.org/10.1016/
j.jcf.2012.04.003.

40. Windmüller N, Witten A, Block D, Bunk B, Spröer C, Kahl BC,
Mellmann A. 2015. Transcriptional adaptations during long-term persis-
tence of Staphylococcus aureus in the airways of a cystic fibrosis patient. Int
J M e d M i c r o b i o l 3 0 5 : 3 8 – 4 6 . h t t p : / / d x . d o i . o r g / 1 0 . 1 0 1 6 /
j.ijmm.2014.10.005.

41. O’Toole GA, Kolter R. 1998. Flagellar and twitching motility are neces-
sary for Pseudomonas aeruginosa biofilm development. Mol Microbiol 30:
295–304. http://dx.doi.org/10.1046/j.1365-2958.1998.01062.x.

42. Jackson KD, Starkey M, Kremer S, Parsek MR, Wozniak DJ. 2004.
Identification of psl, a locus encoding a potential exopolysaccharide that is
essential for Pseudomonas aeruginosa PAO1 biofilm formation. J Bacteriol
186:4466 – 4475. http://dx.doi.org/10.1128/JB.186.14.4466-4475.2004.

43. Klausen M, Heydorn A, Ragas P, Lambertsen L, Aaes-Jørgensen A,
Molin S, Tolker-Nielsen T. 2003. Biofilm formation by Pseudomonas
aeruginosa wild type, flagella and type IV pili mutants. Mol Microbiol
48:1511–1524. http://dx.doi.org/10.1046/j.1365-2958.2003.03525.x.

44. Huse HK, Kwon T, Zlosnik JE, Speert DP, Marcotte EM, Whiteley M.
2013. Pseudomonas aeruginosa enhances production of a non-alginate ex-
opolysaccharide during long-term colonization of the cystic fibrosis lung.
PLoS One 8:e82621. http://dx.doi.org/10.1371/journal.pone.0082621.

45. McElroy KE, Hui JG, Woo JK, Luk AW, Webb JS, Kjelleberg S, Rice SA,
Thomas T. 2014. Strain-specific parallel evolution drives short-term di-
versification during Pseudomonas aeruginosa biofilm formation. Proc Natl
Acad Sci U S A 111:E1419 –E1427. http://dx.doi.org/10.1073/
pnas.1314340111.

46. Marvig RL, Sommer LM, Molin S, Johansen HK. 2015. Convergent
evolution and adaptation of Pseudomonas aeruginosa within patients with
cystic fibrosis. Nat Genet 47:57– 64. http://dx.doi.org/10.1038/ng.3148.

47. Starkey M, Hickman JH, Ma L, Zhang N, De Long S, Hinz A, Palacios
S, Manoil C, Kirisits MJ, Starner TD, Wozniak DJ, Harwood CS, Parsek
MR. 2009. Pseudomonas aeruginosa rugose small-colony variants have ad-
aptations that likely promote persistence in the cystic fibrosis lung. J Bac-
teriol 191:3492–3503. http://dx.doi.org/10.1128/JB.00119-09.

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

49. DeLeon S, Clinton A, Fowler H, Everett J, Horswill AR, Rumbaugh KP.
2014. Synergistic interactions of Pseudomonas aeruginosa and Staphylococ-
cus aureus in an in vitro wound model. Infect Immun 82:4718 – 4728.
http://dx.doi.org/10.1128/IAI.02198-14.

50. Hartleib J, Köhler N, Dickinson RB, Chhatwal GS, Sixma JJ, Hartford
OM, Foster TJ, Peters G, Kehrel BE, Herrmann M. 2000. Protein A is the
von Willebrand factor binding protein on Staphylococcus aureus. Blood
96:2149 –2156.

51. Gómez MI, O’Seaghdha M, Magargee M, Foster TJ, Prince AS. 2006.
Staphylococcus aureus protein A activates TNFR1 signaling through con-
served IgG binding domains. J Biol Chem 281:20190 –20196. http://
dx.doi.org/10.1074/jbc.M601956200.

52. Rohmer L, Jacobs MA, Brittnacher MJ, Fong C, Hayden HS, Hocquet
D, Weiss EJ, Radey M, Germani Y, Talukder KA, Hager AJ, Kemner JM,
Sims-Day EH, Matamouros S, Hager KR, Miller SI. 2014. Genomic
analysis of the emergence of 20th century epidemic dysentery. BMC
Genomics 15:355. http://dx.doi.org/10.1186/1471-2164-15-355.

53. Mishra M, Byrd MS, Sergeant S, Azad AK, Parsek MR, McPhail L,
Schlesinger LS, Wozniak DJ. 2012. Pseudomonas aeruginosa Psl polysac-
charide reduces neutrophil phagocytosis and the oxidative response by
limiting complement-mediated opsonization. Cell Microbiol 14:95–106.
http://dx.doi.org/10.1111/j.1462-5822.2011.01704.x.

S. aureus-P. aeruginosa Interactions

May/June 2016 Volume 7 Issue 3 e00538-16 ® mbio.asm.org 9

http://dx.doi.org/10.1128/JB.01175-10
http://dx.doi.org/10.1128/JB.01175-10
http://dx.doi.org/10.1371/journal.ppat.1003526
http://dx.doi.org/10.1371/journal.pone.0056846
http://dx.doi.org/10.1371/journal.pone.0056846
http://dx.doi.org/10.1128/JB.00059-15
http://dx.doi.org/10.1128/JB.00059-15
http://dx.doi.org/10.1038/ncomms1605
http://dx.doi.org/10.1038/ncomms1605
http://dx.doi.org/10.1038/nrmicro1289
http://dx.doi.org/10.1099/00221287-96-2-277
http://dx.doi.org/10.1021/pr060161n
http://dx.doi.org/10.1021/pr060161n
http://dx.doi.org/10.1073/pnas.96.22.12424
http://dx.doi.org/10.1073/pnas.96.22.12424
http://dx.doi.org/10.1073/pnas.1317181111
http://dx.doi.org/10.1038/nrmicro2907
http://dx.doi.org/10.1111/j.1462-2920.2011.02657.x
http://dx.doi.org/10.1111/j.1462-2920.2011.02657.x
http://dx.doi.org/10.1016/S1286-4579(00)01259-4
http://dx.doi.org/10.1002/(SICI)1099-0496(199808)26:2%3C81::AID-PPUL2%3E3.0.CO;2-K
http://dx.doi.org/10.1002/(SICI)1099-0496(199808)26:2%3C81::AID-PPUL2%3E3.0.CO;2-K
http://dx.doi.org/10.1016/j.jcf.2012.04.003
http://dx.doi.org/10.1016/j.jcf.2012.04.003
http://dx.doi.org/10.1016/j.ijmm.2014.10.005
http://dx.doi.org/10.1016/j.ijmm.2014.10.005
http://dx.doi.org/10.1046/j.1365-2958.1998.01062.x
http://dx.doi.org/10.1128/JB.186.14.4466-4475.2004
http://dx.doi.org/10.1046/j.1365-2958.2003.03525.x
http://dx.doi.org/10.1371/journal.pone.0082621
http://dx.doi.org/10.1073/pnas.1314340111
http://dx.doi.org/10.1073/pnas.1314340111
http://dx.doi.org/10.1038/ng.3148
http://dx.doi.org/10.1128/JB.00119-09
http://dx.doi.org/10.1128/IAI.02198-14
http://dx.doi.org/10.1074/jbc.M601956200
http://dx.doi.org/10.1074/jbc.M601956200
http://dx.doi.org/10.1186/1471-2164-15-355
http://dx.doi.org/10.1111/j.1462-5822.2011.01704.x
mbio.asm.org

	RESULTS
	S. aureus alters P. aeruginosa biofilm formation. 
	S. aureus secretes a protein(s) responsible for biofilm inhibition. 
	The secreted protein SpA is responsible for P. aeruginosa biofilm inhibition. 
	SpA binds to Psl and type IV pili on the P. aeruginosa cell surface. 
	P. aeruginosa Psl production impacts biofilm inhibition by S. aureus supernatant. 
	Psl protects P. aeruginosa from biofilm inhibition by S. aureus supernatant. 
	SpA reduces phagocytosis of P. aeruginosa by neutrophils. 

	DISCUSSION
	MATERIALS AND METHODS
	Bacterial strains and media. 
	Screen for altered biofilm phenotypes in S. aureus supernatant. 
	S. aureus supernatant treatment and bioassay-guided fractionation. 
	Identification of candidate biofilm-inhibitory proteins by mass spectrometry (LC-MS/MS). 
	Identification of SpA as a biofilm inhibitor protein. 
	Sequencing of 102 series. 
	Psl immunoblot assay. 
	FITC-SpA binding assay. 
	Coimmunoprecipitation results for SpA with PilA and Psl. 
	Identification of SpA binding target on the P. aeruginosa cell surface by mass spectrometry (LC-MS/MS). 
	Neutrophil isolation and phagocytosis assays. 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

