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Protease-Mediated Growth of Staphylococcus aureus on Host

Proteins Is opp3 Dependent

McKenzie K. Lehman,? Austin S. Nuxoll,* Kelsey J. Yamada,® ¢ Tammy Kielian,® Steven D. Carson,? Paul D. Fey?

aDepartment of Pathology and Microbiology, University of Nebraska Medical Center, Omaha, Nebraska, USA
PDepartment of Biology, University of Nebraska at Kearney, Kearney, Nebraska, USA

ABSTRACT Staphylococcus aureus has the ability to cause infections in multiple or-
gan systems, suggesting an ability to rapidly adapt to changing carbon and nitrogen
sources. Although there is little information about the nutrients available at specific
sites of infection, a mature skin abscess has been characterized as glucose depleted,
indicating that peptides and free amino acids are an important source of nutrients
for the bacteria. Our studies have found that mutations in enzymes necessary for
growth on amino acids, including pyruvate carboxykinase (ApckA) and glutamate de-
hydrogenase (AgudB), reduced the ability of the bacteria to proliferate within a skin
abscess, suggesting that peptides and free amino acids are important for S. aureus
growth. Furthermore, we found that collagen, an abundant host protein that is pres-
ent throughout a skin abscess, serves as a reservoir of peptides. To liberate peptides
from the collagen, we identified that the host protease, MMP-9, as well as the staph-
ylococcal proteases aureolysin and staphopain B function to cleave collagen into
peptide fragments that can support S. aureus growth under nutrient-limited condi-
tions. Moreover, the oligopeptide transporter Opp3 is the primary staphylococcal
transporter responsible for peptide acquisition. Lastly, we observed that the pres-
ence of peptides (3-mer to 7-mer) induces the expression of aureolysin, suggesting
that S. aureus has the ability to detect peptides in the environment.

IMPORTANCE Staphylococcus aureus has the ability to cause infections in a variety
of niches, suggesting a robust metabolic capacity facilitating proliferation under vari-
ous nutrient conditions. The mature skin abscess is glucose depleted, indicating that
peptides and free amino acids are important sources of nutrients for S. aureus. Our
studies have found that mutations in both pyruvate carboxykinase and glutamate
dehydrogenase, enzymes that function in essential gluconeogenesis reactions when
amino acids serve as the major carbon source, reduce bacterial burden in a murine
skin abscess model. Moreover, peptides liberated from collagen by host protease
MMP-9 as well as the staphylococcal protease aureolysin support S. aureus
growth in an Opp3-dependent manner under nutrient-limited conditions. Addi-
tionally, the presence of peptides induces aureolysin expression. Overall, these stud-
ies define one pathway by which S. aureus senses a nutrient-limiting environment
and induces factors that function to acquire and utilize carbon from host-derived
sources.

KEYWORDS Staphylococcus aureus, amino acid catabolism, metabolism, proteases

acteria that colonize or infect a susceptible host must evade the immune response

as well as scavenge appropriate host nutrients in order to proliferate. Significant
advances have been made in understanding the regulation and function of factors that
aid in the establishment of an infection and the evasion of the immune response (1, 2),
but we are only beginning to understand the carbon and nitrogen metabolism required
for bacteria to thrive within a particular niche.
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Staphylococcus aureus is a predominant cause of skin and soft-tissue infections (3),
which commonly present as primary pyoderma or abscesses. Abscesses begin as a
localized host immune response that functions to limit the bacterial burden and
subsequent tissue damage (4). Acute abscesses are characterized by live bacteria,
neutrophil infiltrates, tissue debris, and fibrin (2). As the abscess matures, fibroblasts
mediate tissue repair and form a fibrous capsule surrounding the abscess, composed of
fibrin and type | collagen (5). Abscess formation is an active process that requires both
a host immune response as well as staphylococcal virulence factors and surface
proteins, including fibrinogen-binding proteins CIfA and CIfB, coagulase, von Wille-
brand factor-binding protein, heme-scavenging proteins IsdA and IsdB, SdrC, and
protein A (2, 4, 6). In addition, dermonecrosis, which is often associated with an S.
aureus skin abscess, is dependent upon the pore-forming toxin alpha hemolysin (hla)
(7-10).

Although the nutrients available within particular niches of the host are not well
characterized, staphylococcal glycolytic activity is required to initiate an infection in
mouse models of disease (11, 12). The dependency upon glycolysis is due, in part, to
the ability of S. aureus to ferment glucose and generate ATP using a nitric oxide
(NO-)-insensitive lactate dehydrogenase to facilitate redox balance (12-14). Activated
phagocytes utilize inducible nitric oxide synthase (iNOS) to generate NO- (15), which
inhibits bacterial replication and respiration (16, 17). Therefore, in contrast to other
staphylococcal species, S. aureus is highly resistant to this antimicrobial free radical,
largely due to its expanded metabolic repertoire that allows the bacteria to circumvent
the NO- damaged respiratory chain (12, 14).

As noted, staphylococcal glycolysis is required for skin abscess formation in a murine
model, suggesting that resistance to NO- stress is essential to this process. However,
once the abscess is formed, the bacteria replicate within the abscess in what has been
called the staphylococcal abscess community (2). This environment is thought to be
hypoxic, limiting the production of NO- and relieving the requirement for glycolysis (12,
18). Moreover, the low-oxygen environment induces HIF-1a expression within the
infiltrating host immune cells, driving glucose consumption (11, 19). Recent studies
have confirmed that as a skin abscess matures, there is a reduction in oxygen and
glucose levels (20). In this glucose-depleted environment, S. aureus proliferation likely
requires the use of alternative carbon sources, such as the lactate excreted by S. aureus
and peptides from the extracellular milieu. Lactate is utilized via lactate quinone
oxidoreductase (Lqo), which generates pyruvate and, subsequently, acetate and ATP via
Pta/AckA, whereas peptides provide a carbon source for gluconeogenic reactions.
Indeed, work by our laboratory has found that S. aureus utilizes glutamate and those
amino acids that can be used as substrates to synthesize glutamate (proline, arginine,
and histidine) as primary carbon sources in media lacking glucose (21). Lastly, growth
on amino acids is preferred in manganese-depleted environments such as an abscess
due to the dependency on this metal for glycolytic enzymes (22).

S. aureus produces a variety of secreted proteases that not only serve as virulence
factors by cleaving staphylococcal surface proteins (23-25), degradation of host tissue
(26, 27), and modulation of the host immune response (28-30) but also aid in nutrient
acquisition from the host (31). The proteases encoded by S. aureus include two cysteine
proteases, staphopain A (ScpA) and staphopain B (SspB), a metalloproteinase, aureo-
lysin (Aur), a serine protease (V8 or SspA), and serine protease-like proteins (Spls). The
operons that encode these proteases are positively regulated by the quorum-sensing
system, Agr, and negatively regulated by SarA (32, 33). While the Spl proteins are
secreted as active proteases, Aur, ScpA, V8, and SspB require proteolytic activation. Aur
and ScpA autoactivate extracellularly (34, 35). Once active, Aur activates V8 protease
(36), and V8 then cleaves and activates SspB (37). When grown in peptide-rich media
or in serum, a protease-null strain of S. aureus has reduced fitness compared to that of
wild-type strains, suggesting that secreted proteases are important for nutrient acqui-
sition (31). Additionally, proteases have been shown to cleave specific host proteins. For
instance, SspB can degrade collagen, human fibronectin, and fibrinogen (26, 37, 38). In
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addition to cleaving staphylococcal surface proteins, including fibronectin binding
protein, protein A, and clumping factor B (CIfB) (24, 25), Aur also cleaves host proteins.
Host targets of Aur include the complement factor C3, antimicrobial peptide LL-37, and
plasminogen (39-41). In vivo, secreted proteases appear to be important in a skin and
soft-tissue infection, as a protease-null strain has significantly reduced bacterial burden
in this model (31).

Nutrient acquisition in the host requires transport systems for uptake of nutrients
that are required for proliferation. When grown in medium containing free amino acids
and peptides as major carbon sources, S. aureus preferentially consumes free amino
acids, and, once free amino acids are depleted, peptides are consumed (42). Opp
import systems are found in Gram-positive and -negative bacteria and belong to a large
family of ATP-binding cassette (ABC) transporters that hydrolyze ATP to drive transport
(43). The typical Opp transport system is comprised of five proteins, including the
oligopeptide binding protein, OppA, the transmembrane proteins, OppB and OppC,
which form the channel for peptide translocation, and two membrane-bound cytoplas-
mic ATP-binding proteins, OppD and OppF (44). S. aureus JE2 encodes six putative
peptide transport systems, including five complete oligopeptide permeases
(Opp1ABCDF, Opp2BCDF-Opp5A, Opp3BCDFA, Opp4ADFBC, and OppACME-ABCDF)
and one dipeptide permease (DtpT) (42, 45). Only one of the Opp transport systems,
Opp3, along with the dipeptide transporter, DtpT, have been shown to be important for
peptide acquisition in S. aureus (45). Two of the Opp loci, Opp2BCDF and Opp5A, have
been identified to work together as a nickel transporter (renamed NikBCDF and NikA,
respectively) (46, 47), and Opp1ABCDF has been identified as a cobalt and nickel
transporter (renamed CntABCDF) (48). Notably, Opp3 is the only Opp system that is
conserved in all staphylococcal species (49).

The ability of S. aureus to proliferate in a variety of niches within the host suggests
that the bacterium has a flexible metabolism that allows for growth in the presence or
absence of key carbon sources, such as glucose. The current study defines the skin
abscess as a niche in the host that is likely glucose depleted and therefore requires S.
aureus to utilize peptides and free amino acids as its primary carbon source. Moreover,
collagen, a protein that is relatively abundant in a skin abscess, can be utilized by S.
aureus as a source of essential nutrients. Collagen is degraded into peptide fragments
by the host protease MMP-9 as well as staphylococcal proteases. The peptide fragments
are transported into S. aureus by the oligopeptide transporter Opp3, where the peptide
can be catabolized as a carbon and nutrient source. Additionally, the presence of
peptides induces the expression of S. aureus proteases, suggesting that the bacterium
has a mechanism of sensing environments in which peptides are available for prolif-
eration. Overall, these studies highlight the ability of S. aureus to rapidly adapt to its
host environment and proliferate within a specific host niche.

RESULTS

S. aureus skin abscess persistence requires gluconeogenesis and glutamate
catabolism. Although glucose is a primary carbon source for S. aureus, there are likely
niches in the host where glucose is not available and other carbon sources must be
utilized. When glucose is not available, S. aureus has the metabolic capability to
catabolize lactate, acetate, and amino acids (14). Moreover, glutamate and the amino
acids that can be converted into glutamate (proline, arginine, and histidine) provide the
majority of the carbon required for cell proliferation (21). We sought to determine if a
mature skin abscess is dependent upon gluconeogenesis and glutamate catabolism,
indicating that glucose is indeed limited and alternative carbon sources such as
peptides and amino acids are required. It is important to note that while utilizing the
soft-tissue infection model as previously described (5), we observed two distinct
disease phenotypes in the animals. The first was a walled-off abscess with little to no
associated dermonecrosis (see Fig. STA in the supplemental material). The second was
a dermonecrotic lesion in which there was clear necrosis of the dermis and epidermis
and an underlying abscess (Fig. S1B). It was evident that these two disease presenta-

March/April 2019 Volume 10 Issue 2 e02553-18

°

mBio

mbio.asm.org 3

1senb AQ 6102 ‘v2 AeN uo /610 wse oiqu//:diy woly papeojumoq



Lehman et al.

A

FIG 1 Gluconeogenesis and amino acid catabolism are important for cellular proliferation in an S. aureus
skin abscess. (A) Magnification (2X) of hematoxylin and eosin staining of 5-day skin abscess and
surrounding periabscess tissue from 7-week-old C57BL/6 mice infected subcutaneously with 1 X 106 CFU
S. aureus Ahla strain, resulting in abscess formation. The inset represents the abscess magnified 10X,
showing the infiltration of immune cells to the area of the infection. (B) Magnification (2X) of hema-
toxylin and eosin staining of control tissue from 7-week-old C57BL/6 mice. The inset represents the area
magnified 10X, showing a lack of immune cell infiltrate. (C) Bacterial burdens of 7-week-old C57BL/6
mice subcutaneously infected with 1 X 108 CFU of S. aureus Ahla, Ahla ApckA, or Ahla AgudB strain 5 days
postinfection. Statistical significance was determined by Kruskal-Wallis test. *, P < 0.05, n = 10. ns, not
significant.

tions resulted in different environments for the bacteria to proliferate and, therefore,
represented distinct niches. To study a more homogeneous disease outcome, we
utilized an hla mutant (Ahla) that resulted solely in skin abscess formation (7), with little
to no dermonecrosis associated with the infection (Fig. 1A).

To determine if gluconeogenesis is required for survival and proliferation within a
skin abscess, a gluconeogenesis mutation, ApckA, was introduced into the Ahla back-
ground. In a 5-day skin abscess infection, we observed bacterial levels below the level
of detection in 30% of the animals infected with the Ahla ApckA strain (Fig. 1Q),
suggesting that gluconeogenesis and, thus, growth on secondary carbon sources is
important for survival and proliferation within a skin abscess. Furthermore, we intro-
duced a glutamate dehydrogenase mutation (AgudB) into the Ahla background. In
previous studies, gudB was found to be essential for growth in media where amino
acids were the sole carbon source, since glutamate, proline, arginine, and histidine
cannot be utilized as carbon sources in this mutant (21). Similar to what we observed
in the Ahla ApckA mutant, 20% of mice infected with the Ahla AgudB mutant had
bacterial burdens below the level of detection after 5 days (Fig. 1C). Together, these
data suggest that as the abscess matures, glucose is limited, forcing the bacteria to rely
on amino acid catabolism and gluconeogenesis to proliferate within the abscess.

Host protease MMP-9 is upregulated at the site of S. aureus infections. Our data
suggest that amino acid catabolism is important for S. aureus growth in murine skin and
soft-tissue abscesses. As glutamate is the major carbon source when S. aureus is
growing in glucose-limited environments, we hypothesize that acquisition of peptides
containing glutamate, or those amino acids that can be used as substrates to synthesize
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FIG 2 Host protease MMP-9 is upregulated in infected tissue. (A and B) Confocal micrographs of the skin
abscess and surrounding periabscess tissue (A) or control tissue (B) from 7-week-old C57BL/6 mice
subcutaneously infected with 1 X 106 CFU S. aureus Ahla strain after 5 days. Tile-scanned images were
taken of sections stained with MMP-9 (green), type | collagen (red), and 4’,6-diamidino-2-phenylindole
(DAPI) (blue). An asterisk denotes the location of the abscess. (C) Two ug of protein from homogenized
control and S. aureus Ahla strain-infected tissues was run either on a 10% SDS-PAGE gel embedded with
0.01% gelatin (zymogram) or 10% SDS-PAGE gel (Western blot). MMP-9 is detected in both its zymogen
and activated form, as indicated by the arrows.

glutamate, such as proline, arginine, and histidine, are important for S. aureus prolif-
eration within a skin abscess. We further propose that acquisition of proline or arginine
is fundamentally important, as they can serve as precursors for proline, arginine, and
glutamate synthesis under glucose-depleted conditions, whereas glutamate and histi-
dine are not substrates for synthesis of proline and arginine. However, several lines of
evidence suggest that the milieu within an inflammatory response is arginine depleted
due to host iNOS and arginase-1 expression, further highlighting the potential impor-
tance of proline as a substrate for arginine and/or glutamate synthesis (5, 50, 51).

Collagen is an abundant host protein and is found within the fibrotic wall and tissue
surrounding the abscess (Fig. 2A). Furthermore, proline is one of the most abundant
amino acids in collagen. The host produces a variety of proteases that are able to
degrade collagen, including MMP-1, -2, -8, -9, and -13 (52). MMP-9 functions in the
remodeling of the extracellular matrix and has been shown to be important in neu-
trophil extravasation, wound healing, and bone remodeling (53). In earlier work, we
studied the importance of arginine biosynthesis in kidney abscess proliferation (5). To
follow up on this work and determine host factors that are induced during abscess
formation, kidney homogenate from S. aureus JE2- and mock-infected mice were
separated on an SDS-PAGE gel. A unique band from the infected kidney homogenate
was analyzed by liquid chromatography-tandem mass spectrometry (LC-MS/MS) and
identified as MMP-9. These data were confirmed using a collagen zymogram, docu-
menting that collagenase activity was dependent upon the presence of calcium, and
MMP-9 enzymatic activity is known to be calcium dependent (54) (Fig. S2A). Moreover,
kidney homogenate from S. aureus JE2-infected MMP-9 knockout mice no longer
displayed collagenase activity in the zymogram (Fig. S2B). We hypothesized that the
host protease MMP-9 is important for liberation of nutrients from host proteins that
allow for S. aureus proliferation within a skin abscess. We confirmed that MMP-9 is also
abundant in a skin abscess, and, similar to findings for a kidney abscess, MMP-9 is more
abundant in infected tissue than in control tissue (Fig. 2C).

S. aureus proteases are important for MMP-9 activation in addition to collagen
degradation. We observed both the proform and active form of MMP-9 in the infected
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FIG 3 Aureolysin activates MMP-9 and cleaves collagen. (A) Zymogram of purified MMP-9 incubated with the
following: 1 wM APMA, S. aureus JE2 supernatant, or S. aureus JE2 AsarA strain supernatant. Two ng of MMP-9 was
run on a 10% SDS-PAGE gel embedded with 0.01% gelatin. After renaturation, the gel was counterstained with
Coomassie dye to reveal the zones of clearing. Both the proform and active form can be identified as indicated by
the arrows. (B) MMP-9 (10 ng) and various S. aureus JE2 AsarA mutant strain supernatants were incubated with
12.5 ng DQ collagen. Cleavage of DQ collagen resulted in increased fluorescence. Data are represented as means *+
standard errors of the means (SEM; n = 3). (C) Purified aureolysin (10 ng) and/or pro-MMP-9 (10 ng) were incubated
with DQ collagen to assess collagen cleavage. One uM APMA was used as a chemical activator of MMP-9. Data are
represented as means * SEM (n = 3). (D) Zymogram of purified MMP-9 (2 ng) incubated with 1 uM APMA or
aureolysin (2 ng or 1ng).

tissue (Fig. 2C), demonstrating that MMP-9 not only is present during an S. aureus
infection but also is activated. Previous studies have demonstrated that bacterial
proteases have the ability to activate various MMPs, including MMP-9 (55-58). To first
determine if S. aureus secretes a protease capable of activating MMP-9, a gelatin
zymogram was performed. In this assay, purified human MMP-9 was incubated with the
overnight (18 h) supernatant of wild-type S. aureus JE2 or the sarA:®NE transposon
mutant (AsarA) grown in the rich medium Trypticase soy broth (TSB). The AsarA strain
is known to overexpress all S. aureus proteases (32, 59, 60). As shown in Fig. 3A,
incubation of MMP-9 with APMA, a chemical activator of MMP-9, resulted in activation
of the protease. Additionally, incubation with AsarA supernatant, but not wild-type
supernatant, resulted in MMP-9 activation. These data indicate that one of the pro-
teases overexpressed in the sarA mutant has the ability to activate MMP-9. To elucidate
the responsible secreted protease(s), we transduced the sarA mutation into the Aaur,
AscpA, AsspB, and AscpA AsspB mutant backgrounds and observed the cleavage of
fluorescently labeled collagen (DQ collagen) by spent medium in the presence and
absence of purified pro-MMP-9. Supernatants from AsarA mutant containing pro-
MMP-9 had the highest rate of collagen cleavage (Fig. 3B), nearly five times the rate of
APMA-activated MMP-9 (Table S1). Moreover, AsarA supernatant alone produced ele-
vated levels of collagen cleavage, suggesting that a secreted S. aureus protease also has
collagenase activity. When the aur mutation was introduced into the AsarA back-
ground, there was a large reduction in collagenase activity in the supernatant, sug-
gesting Aur, or the staphylococcal proteases it activates, has the ability to cleave
collagen. Previous studies have demonstrated that ScpA and SspB also have collage-
nase activity (26). We observed that the supernatant from the AsarA AsspB mutant had
reduced collagenase activity in the presence and absence of pro-MMP-9, although it
was not as dramatic as the effect of an aur mutation, suggesting that SspB contributes
to the degradation of collagen when overexpressed in this assay. Importantly, the rates
of collagen cleavage by the supernatant from the AsarA AsspB mutant was significantly
(P =0.0001) reduced compared to that of AsarA AsspB mutant MMP-9, suggesting that
MMP-9 is active and cleaving collagen in the absence of SspB. Supernatant from the
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AscpA AsarA mutant cleaved collagen at the same rate as the sarA mutant (P = 0.1386),
indicating that ScpA does not have the ability to cleave collagen under the conditions
tested. Supernatant from the AscpA AsspB AsarA mutant phenocopied the collagenase
activity of the AsspB AsarA mutant, further documenting the function of SspB in the
proteolysis of collagen.

Aur is the first secreted protease in the proteolytic cascade that activates V8 and
SspB. We therefore sought to determine if the inability to cleave collagen in the AsarA
Aaur double mutant was because of the inability to activate downstream proteases or
if Aur functions to cleave collagen. In this assay, purified Aur was used in the presence
or absence of pro-MMP-9. Purified Aur had the ability to cleave collagen at a rate similar
to that of chemically activated MMP-9 (MMP-9 APMA) (Fig. 3C). Moreover, the addition
of pro-MMP-9 enhanced the rate of collagen cleavage, demonstrating that Aur is the S.
aureus protease responsible for the activation of MMP-9 (Fig. 3A). Gelatin zymography
confirmed that Aur has the ability to activate MMP-9 (Fig. 3D). Together, these data
indicate that Aur and SspB both function to cleave collagen, and Aur has the ability to
activate MMP-9, which also has collagenase activity.

MMP-9- and aureolysin-digested collagen supports S. aureus growth under
nutrient-limited conditions. The previous data showed that the host protease MMP-9,
as well as the staphylococcal proteases Aur and SspB, have the ability to degrade
collagen, an abundant host protein that is present at the site of S. aureus skin infections
(Fig. 2A). As peptides are likely an essential nutrient during growth in glucose-depleted
media, we sought to determine if collagen can support growth in chemically defined
medium (CDM) lacking glucose, proline, arginine, and glutamate (CDM-PRE) supple-
mented with collagen digested with various proteases. S. aureus is auxotrophic for
either proline or arginine and requires an exogenous source of these amino acids
during growth in CDM. Collagen treated with collagenase from Clostridium histolyticum
was used as a positive control and could restore bacterial growth in CDM-PRE to levels
seen in complete CDM (Fig. 4A). When collagen was digested with Aur, we observed a
rapid restoration of growth, suggesting that aureolysin could digest the collagen into
available peptides and free amino acids. Moreover, the combination of pro-MMP-9 and
Aur also rapidly promoted growth under these conditions, only mildly enhancing the
growth rate and yield over that of collagen treated with Aur, suggesting that both
proteases cleave collagen into usable substrates for S. aureus peptide uptake. In
contrast, S. aureus grown with collagen pretreated with pro-MMP-9 had a delayed
recovery of growth, suggesting that the bacteria had to produce an additional factor,
likely an endogenous protease, to activate MMP-9 and/or help digest the collagen to a
form that could be easily consumed. Interestingly, there was also growth, albeit
delayed, of S. aureus in the CDM-PRE with collagen, suggesting that over time, S. aureus
produces enough protease to eventually degrade collagen into peptides that can
support growth.

Additionally, we sought to determine whether catabolism of a particular amino acid
is essential for growth on degraded collagen by using various mutations in the arginine,
proline, and glutamate catabolic pathways. Again, CDM-PRE was supplemented with
collagenase-digested collagen. It should be noted that all of the mutants tested have
a modest (AputA, ArocA, and ArocD mutants) or severe (AgudB mutant) growth defect
in CDM (21), as these enzymes function in pathways that catabolize the primary carbon
sources in this medium. All of the mutants grew on CDM-PRE supplemented with
collagenase-treated collagen at rates similar to those of the respective mutants grown
in CDM, suggesting that rather than one particular amino acid (i.e., proline) supporting
growth on collagen, the acquisition of proline, arginine, and glutamate from collagen
supports growth (Fig. 4B). In support of what we observed in the initial animal
experiments (Fig. 1C), reduced growth was observed with the AgudB mutant, indicating
that the peptides and/or free amino acids acquired from degraded collagen were not
sufficient to support growth in the absence of glutamate or the amino acids that can
be converted into glutamate. Overall, these data demonstrate that activated MMP-9
and Aur cleave collagen into peptides and free amino acids that can then be used to

March/April 2019 Volume 10 Issue 2 e02553-18

°

mBio

mbio.asm.org 7

1senb AQ 6102 ‘v2 AeN uo /610 wse oiqu//:diy woly papeojumoq



Lehman et al.

- CDM
- CDM collagen
CDM-PRE
- CDM-PRE collagen
- CDM-PRE collagen collagenase
- CDM-PRE collagen MMP-9
- CDM-PRE aureolysin

0 10 20 30" aureolysin
time (hours)

- JE2 CDM

- AputA CDM

- JE2 CDM-PRE
collagen collagenase

. AputA CDM-PRE
collagen collagenase

. ArocA CDM-PRE
collagen collagenase

55
27 it

5 10 15
time (hours)

. _,. CDM-PRE collagen MMP-9

vt

5 10 15
time (hours)

- JE2 CDM
- ArocD CDM

- JE2 CDM-PRE
collagen collagenase

. ArocD CDM-PRE
collagen collagenase

) 5 10 15
rocA ~ JE2 CDM gudB
1 : 1 -~ JE2 CDM
. Il",,.- 592999900000 —o- ?;ozcégl\sl)l\gRE 0000000000000000 - AgUdB CDM
3 2 0092 JE2 CDM-PRE
0 -
[e) collagen collagenase M:ﬂﬁ e collagen collagenase

. AgudB CDM-PRE
collagen collagenase

FIG 4 Digested collagen can support growth in media lacking essential amino acids. (A) Growth curves of S. aureus
JE2 grown in CDM, CDM-PRE, or CDM-PRE supplemented with the following: collagen, collagen treated with
collagenase, collagen treated with MMP-9, collagen treated with aureolysin, collagen treated with MMP-9, and
aureolysin. Data are represented by the means *= SEM (n = 3). (B) Growth curves of S. aureus JE2, AputA, ArocD,
ArocA, and AgudB strains in CDM and CDM-PRE supplemented with collagen treated with collagenase. Data are

represented as means * SEM (n = 3).

support S. aureus growth under nutrient-limited conditions. Additionally, particular
amino acids were not required for growth, suggesting that the amount of collagen
present in this assay provides abundant peptides and free amino acids to support
growth even in media lacking particular essential amino acids.

Peptide transport by Opp3 is important for growth on protease-degraded
collagen. Collagen, once degraded by proteases, is sufficient for growth of S. aureus in
media lacking proline, arginine, and glutamate (Fig. 4A). We sought to determine if S.
aureus required specific oligopeptide transporters to import the collagen peptides to
support growth. S. aureus JE2 encodes five complete putative oligopeptide transporters
(49). To determine which of these annotated transporters are important for peptide
transport, transposon mutants of the five oligopeptide transporters were grown in
CDM, CDM supplemented with Casamino Acids, and CDM supplemented with Trypti-
case peptone. It should be noted that the medium supplemented with Casamino Acids
was used as a peptide-free control that added supplemental nutrients into the media
and that none of the oligopeptide transporter mutants had a growth defect under
these conditions. In contrast, the Aopp3 mutant had a growth defect when grown in
CDM supplemented with Trypticase peptone, suggesting that Opp3 is important for
transport of peptides (Fig. 5A, upper). Furthermore, we reduced the amounts of amino
acids present in the CDM by 4-fold and found that the defect was even more severe for
the Aopp3 mutant (Fig. 5A, lower). This confirms previous studies, which also identified
Opp3 as the primary oligopeptide transporter that supports growth on peptides (45).
Additionally, the dipeptide transporter DtpT has also been shown to transport short
peptides (2 to 3 amino acids) and support growth. A AdtpT mutant alone did not have
a growth defect in media supplemented with peptides, suggesting that the contribu-
tion of DtpT to peptide transport required for growth is minimal (Fig. 5A). Opp3 has
been shown to transport peptides that range in size from 3 to 8 amino acids (45). To
determine if Opp3 is important for supporting growth on degraded collagen, collagen
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digested with collagenase was added to CDM and CDM-PRE. As the cell must transport
either free amino acids or peptide fragments from digested collagen to sustain growth
in CDM-PRE, it was not surprising that the Aopp3 mutant had a mild growth defect in
CDM-PRE supplemented with digested collagen (Fig. 5B). Moreover, when we isolated
peptides that were smaller than a molecular weight (MW) of 3,000 from the digested
collagen and added the peptides with an MW of less than 3,000 to CDM-PRE, we
observed further reduced growth in the Aopp3 mutant compared to that of the wild
type (Fig. 5C). Furthermore, growth was restored to levels observed in the wild-type
strain when opp3 was expressed in trans in the Aopp3 mutant (Fig. 5C). These data
suggest that small peptides released by collagen degradation are responsible for most
of the growth observed in media lacking the essential amino acids arginine, proline,
and glutamate. To determine the limits of the size of peptides that can support growth
under our conditions, peptides ranging from 2 (proline-arginine) to 13 (serines-proline-
arginine-glutamate-serines) amino acids, including proline, arginine, glutamate, and
serine (see Table S2 for peptide composition), were synthesized. In CDM-PRE supple-
mented with the individual peptides, we observed growth of the wild-type strain when
the 2-mer through the 7-mer were added, but peptides comprised of 8 to 13 amino
acids failed to support robust growth (Fig. 6A and Fig. S3A). In the Aopp3 mutant, no
growth occurred with peptides longer than two amino acids, suggesting that Opp3 is
responsible for transport of 3- to 7-mer peptides. This phenotype was complementable
with opp3 expressed in trans in the Aopp3 mutant (Fig. S3B). It should be noted that we
observed growth of the Aopp3 mutant when grown with the 3-mer encoding SPR
(3-merS) but not PRE (3-mer), suggesting that an additional transporter can transport 2-
and some 3-mers. To determine if DtpT is responsible for the transport of smaller 2- and
3-mers, AdtpT and AdtpT Aopp3 mutants were grown in CDM-PRE supplemented with
the 2-mer (PR), 3-mer (PRE), and 3-merS (SPR). The dtpT opp3 double mutant pheno-
copied the opp3 mutant, suggesting that there are additional peptide transporters that
can transport smaller 2- and 3-mers (Fig. 6B). Overall, these data suggest that Opp3 is
important for nutrient acquisition from the environment.

Presence of peptides induces aureolysin expression. The ability of S. aureus to
sense and respond to its changing environments allows it to colonize a variety of sites
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3-mer (PRE), and 3-merS (SPR). Data are represented as means = SEM (n = 3).

within the host. The metalloprotease aureolysin has the ability to cleave collagen as
well as activate MMP-9, which can also cleave collagen (Fig. 3). Collagen peptides are
sufficient to support S. aureus growth under nutrient-limited conditions (Fig. 4). Due to
the ability of Aur to cleave collagen and support growth, we sought to determine if aur
expression was induced by the presence of peptides. Therefore, a P_,,:lacZ reporter
plasmid was transduced into S. aureus JE2 and grown in CDM in the presence of
additional Casamino Acids or Trypticase peptone. During early exponential phase, aur
reporter expression was induced by the presence of peptides in Trypticase peptone,
but additional Casamino Acids did not induce aur reporter expression, indicating that
peptides, but not free amino acids, induce aur reporter expression (Fig. 7A). Moreover,
when the P, :gfp reporter plasmid was transduced into JE2, the presence of the
synthesized 6-mer induced early aur reporter expression (Fig. 7B) in CDM-PRE, similar to
what we observed in the P,,:lacZ reporter. Interestingly, only the peptides that fall
within the range of Opp3 transport, those in the range of 3 to 7 amino acids, most
strongly induced aur reporter expression (Fig. 7C). Also of note, it appears as though
the induction is dependent on nutrient conditions, as induction by the 6-mer in CDM
occurred later than what was observed in CDM-PRE (Fig. 7B). These data concur with
previous observations by Borezee-Durant et al, in which decreased sspB and aur
expression in an opp3 mutant was observed (42). To test if Opp3 is required for
differential expression of aur in the presence of peptides, the P, :gfp plasmid was
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synthesized 6- or 10-mer (outlined in Table S2) in 96-well plates. (D) S. aureus JE2 pCM13 and Aopp3 pCM13 strain growth curves were performed in CDM
supplemented with 13 uM the synthesized 6- or 13-mer (outlined in Table S2) in 96-well plates. Growth was observed at the ODg,, and fluorescence at
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transduced into the Aopp3 mutant. When grown in the presence of the 6-mer, a
peptide transported by Opp3, there is a slight reduction in P,,::gfp induction both at
mid- and late exponential phase. In the presence of the 13-mer, which cannot be
transported by Opp3, the Aopp3 mutation did not reduce aur expression, suggesting
that Opp3 functions as a sensor for the presence of peptides.

Lastly, we sought to determine if Opp3 and aureolysin were required for prolifera-
tion within a skin abscess. C57BL/6 mice were inoculated with 1 X 106 CFU Ahla, Ahla
Aopp3, or Ahla Aaur mutant. In all strains, we recovered similar numbers of bacteria,
suggesting that these single mutations do not hinder the ability of the bacteria to
survive within the skin abscess (Fig. S4). These results are not that surprising, as there
are multiple proteases, including staphopain B and MMP-9, that can cleave collagen.
Moreover, there are also additional host proteins available that may also serve as a
nutrient reservoir for S. aureus. Additionally, the expression levels of Opp3 have not
been characterized in vivo. Overall, these data suggest that the skin abscess milieu is
complex, with a variety of host proteins that can support growth, with Opp3 and Aur
having an important yet not essential role in nutrient acquisition.

DISCUSSION

S. aureus can colonize a variety of niches within the host, suggesting that it has the
ability to adapt its metabolism to support growth under diverse nutrient conditions. In
support of this hypothesis, it has been observed that in the glucose-rich environment
of the liver, the carbon catabolite repressor CcpA is important for proliferation, but the
AccpA mutant had little effect on bacterial burden in the kidney (61). Furthermore,
mutants defective in aerobic respiration were unable to colonize the heart and liver but
still caused infection in the kidney (62). In the kidney, anaerobic fermentation is
important for virulence, with fermentation mutants having reduced abscess formation
(63). Our data suggest that catabolism of peptides and free amino acids is important for
proliferation within a skin abscess, with a ApckA gluconeogenesis mutant and AgudB
glutamate dehydrogenase mutant having reduced bacterial burden and, importantly,
resulting in bacterial burdens below the limit of detection in a number of animals
(Fig. 1C). Moreover, we showed that collagen, a host protein abundant at the site of
infection, can serve as a nutrient reservoir for S. aureus proliferation within the abscess.
Collagen can be digested by the host protease MMP-9, which is also abundant in
infected tissue (Fig. 2). In addition to MMP-9, we identified that the staphylococcal
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proteases aureolysin and staphopain B also have the ability to digest collagen (Fig. 3).
We hypothesize that both staphylococcal and host proteases are important for liber-
ation of peptides and free amino acids into the abscess milieu for uptake by S. aureus.
Once the peptides are liberated, Opp3 is the primary oligopeptide transporter respon-
sible for transport of the peptides into S. aureus to be catabolized to support growth
(Fig. 5). Lastly, the presence of peptides induces aureolysin expression (Fig. 7), with
Opp3 acting as a sensor, suggesting that S. aureus has a mechanism for sensing and
relaying the message that peptides are present in the environment and inducing
expression of proteases that aid in the digestion of peptides. Overall, these data outline
one pathway by which S. aureus acquires nutrients from host-derived sources.

Defining the nutrients that are available at the various niches in which S. aureus
proliferates in vivo is difficult. The milieu surrounding the bacteria during an infection
is ever changing, and the tools available for in vivo detection of nutrients are limited.
Despite limited tools, nutrients available in a skin abscess have begun to be elucidated.
Glucose is required for the initial establishment of an infection (12), and oxygen levels
are presumably depleted within the abscess (12). Additionally, recent studies have
determined that the skin abscess becomes glucose depleted as the infection progresses
(20). Further confounding our ability to determine the nutrients available in a skin
abscess is the differential disease outcomes that occur during a skin and soft-tissue
infection. We have noted, as have others, that during an S. aureus skin and soft-tissue
infection, some infections result in abscess formation, with little to no visible lesion in
the epidermis (see Fig. S1A in the supplemental material). Other infections result in
dermonecrosis, as defined by the necrosis of the dermis and epidermis. On visual
examination, the dermonecrosis has a large, usually flat, lesion (Fig. S1B). These
infections result in two very different environments in which S. aureus must proliferate.
In these studies, we sought to control for the disease outcome of skin and soft-tissue
infections to define what is specifically required metabolically while S. aureus is within
a skin abscess. The formation of a dermonecrotic lesion is highly dependent on the
initial inoculum of bacteria injected subcutaneously. In our experience, any inoculum
higher than 5 X 10° CFU results primarily in dermonecrosis in the C67BL/6 mouse
background. Even with lower initial inocula, some animals still develop dermonecrotic
lesions associated with the abscess. To address this phenomenon, we sought to
genetically alter S. aureus to select for abscess formation rather than dermonecrosis. It
is well characterized throughout the literature that alpha toxin, encoded by hla, is the
primary virulence factor responsible for dermonecrosis (7-10). In the Ahla background,
we observed abscess formation with no dermonecrosis associated with the infection
(Fig. 1A). Therefore, we were able to probe whether gluconeogenesis was important
within a skin abscess environment without the confounding effects of dermonecrosis.
Importantly, we observed that the ApckA and AgudB mutants, neither of which can
grow when amino acids are the sole carbon source (21), had reduced bacterial burden
in a skin abscess, suggesting that amino acids are a key carbon source in this
environment. In contrast, other investigators have found that a mutation in pckA does
not affect bacterial burden in the kidney and liver (12). In support of these previously
published results, unpublished data from our laboratory suggest that the AgudB
mutant also does not alter bacterial burden in the liver, kidney, and spleen in a
bacteremia model, suggesting that amino acid catabolism is not essential at these sites
of infection. Overall, these data highlight the nutritional differences and therefore
differential metabolic requirements of S. aureus at specific sites of infection.

Collagen is one of the most abundant proteins available within the host (64), and it
is clearly prominent within and surrounding the skin abscess (Fig. 2A). Other host
proteins, including fibrinogen and serum proteins, such as albumin and hemoglobin,
also may have a similar role in acting as a nutrient reservoir. For example, Bacillus
anthracis utilizes hemoglobin, fibrinogen, and serum albumin as an amino acid source
when grown in media mimicking serum (7). The ability to utilize hemoglobin as a
nutrient reservoir was independent of the iron state of the protein and required the
secreted protease InhA1. Similarly, we observe that S. aureus can utilize collagen as a
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reservoir for essential amino acids (Fig. 4A). Importantly, we observed that in the
presence of exogenous as well as endogenous protease production, collagen could
support growth. There are other abundant host proteins available within the skin
abscess, including fibrinogen, that also may serve as reservoirs for essential nutrients.
Collagen in these studies was used as just one example of an abundant host protein
that could be utilized by S. aureus as a nutrient reservoir. The degradation of proteins
by MMP-9, aureolysin, and staphopain B should be tested on other host proteins to
determine the specificity of the mechanisms described.

Collagen is a proline-rich protein, with proline comprising roughly 22% of the amino
acids in the protein (64). In pancreatic ductal adenocarcinoma, proline derived from
collagen promotes cell survival under nutrient-limited conditions, with MMPs aiding in
the liberation of peptides and amino acids from the collagen (65). Importantly, proline
metabolism has been identified as a key target in cancer treatment, as proline metab-
olism can support cellular proliferation, facilitate metastasis to distant organs, and
prevent apoptosis (66). Similarly, we hypothesized that collagen is targeted by S. aureus
to acquire proline due to its key role in amino acid metabolism. Based on previous
studies in which proline was found to be the precursor for arginine biosynthesis (5) and
that proline was the primary amino acid utilized as a carbon source (21), we sought to
determine if proline catabolism was essential for recovery of growth in CDM-PRE
supplemented with degraded collagen. We found that a putA mutant, which is unable
to catabolize proline, was still able to grow in the presence of degraded collagen
(Fig. 4B), suggesting that it is not essential to catabolize proline, even when collagen is
the primary source of peptides. These data suggest that the abundance of additional
amino acids present in collagen is able to support growth, even when proline is not
able to be catabolized.

MMP-9 has a major role in tissue degradation and remodeling around the site of an
infection. The activation of MMP-9 in the tissue is not fully understood, although it has
been shown that trypsin, plasmin, human neutrophil elastase, as well as other MMPs,
including MMP-2, MMP-3, and MMP-26, can activate MMP-9 (67). In our studies, we
found that in addition to its ability to cleave collagen, aureolysin could also cleave, and
therefore activate, MMP-9 (Fig. 3C and D). Other bacterial proteases have been found
to have this ability to activate host proteases, suggesting exogenous proteins produced
by the bacteria are altering host proteases to manipulate the site of the infection. Of the
bacterial proteases that have been described to activate MMPs (e.g., Pseudomonas
aeruginosa elastase [55, 58], Vibrio cholerae proteinase [55], thermolysin [55], and
Enterococcus faecalis GelE [57]), many are metalloproteases. Aureolysin is also a met-
alloprotease (68). These observations suggest that the relationship between bacterial
proteases and host proteases warrants further investigation.

The induction of aur transcription by peptides (Fig. 7) indicates that S. aureus has a
mechanism for sensing the presence of peptides and altering gene expression in
response. More specifically, S. aureus increases the transcription of a protease that has
the ability to cleave proteins into usable peptide fragments that support proliferation.
Additionally, the abundance of free amino acids alters protease production (42),
suggesting that protease production is tightly linked to amino acid metabolism. Opp
systems have been linked to virulence factor regulation in numerous bacterial species,
although the signal transduction pathway has not been determined (69). There are a
variety of mechanisms by which bacteria can sense nutrients in the environment (70).
Initial results from our studies indicated that Opp3 is important for nutrient sensing, as
the induction was more robust by peptides that can be transported by Opp3 (Fig. 7B
and C). Moreover, there was previous data that showed that the level of aur transcript
was decreased in an Aopp3 mutant (42). Indeed, we did observe reduced aur induction
in the Aopp3 mutant when grown in the presence of peptides that can be transported
by Opp3 (Fig. 7D). These data suggest that Opp3-dependent peptide transport alters
protease production. Additional studies are focused on the mechanism by which Opp3
peptide transport is relayed to alter gene expression.

The ability of S. aureus to colonize a variety of niches in the host suggests an
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adaptive metabolism that allows for proliferation in the presence of various nutrients.
Our studies define the skin abscess as a glucose-depleted environment that requires
the bacteria to acquire peptides and free amino acids from the host for proliferation.
Overall, these studies begin to elucidate the intricate mechanisms by which S. aureus
is able sense the nutrients available at a site of infection and utilize host proteins as a
nutrient reservoir to allow for proliferation and survival.

MATERIALS AND METHODS

Strains, plasmids, and growth conditions. All of the strains and plasmids used in these studies are
listed in Table S3 in the supplemental material. Defined bursa aurealis transposon mutants were obtained
from the Nebraska Transposon Mutant Library and backcrossed to JE2 using ®11 (71). Overnight cultures
of bacteria were grown at 37°C with shaking at 250 rpm in TSB in the presence of erythromycin (5 ug
ml~") or chloramphenicol (10 ug ml~") as needed. Growth curves were performed in CDM with no
glucose (72) in 96-well plates in the TECAN device at 37°C with shaking at 250 rpm. The P, :lacZ plasmid,
pNF323, was created by amplifying the promoter region of aureolysin from JE2 chromosomal DNA with
primers 3049 and 3050 (Table S4) and cloned into the BamHI and Xhol sites in pJB185. The opp3BCDFA
complement plasmid, pNF374, was created by amplifying the entire opp3BCDFA operon, including its
native promoter, with primers opp3 comp2 F and opp3 comp R (Table S4) and cloned into the Kpnl and
BamHI sites in pLI50.

Fluorescent collagen assays. DQ collagen type | (ThermoFisher, Waltham, MA) assays were per-
formed as directed by the user manual. Briefly, DQ collagen was diluted to a final concentration of
125 ug ml=" in DQ collagen buffer (50 mM Tris-HCl, 150 mM NaCl, 5mM CaCl,, pH 7.6). MMP-9
(BioLegend, San Diego, CA) was diluted to a concentration of 1 ug ml~ in DQ collagen buffer and added
at a final concentration of 0.05 g ml='. Aureolysin (Preparatis, Krakow, Poland) was diluted to a
concentration of 1 ug ml~" and added at a final concentration of 0.05 ug ml~'. When culture superna-
tant was added, cultures were grown overnight for approximately 16 h. Cells were spun down, and the
supernatant was filtered through a 0.22-um filter, with 15 ul of supernatant added to the 200-ul reaction
mix. Plates were immediately read on a TECAN InfinitePro (Ménnedorf, Switzerland) at 480 nm/520 nm
every 30s.

Zymogram. Purified MMP-9 (1 ug ml~" in DQ collagen buffer) was incubated with the following:
APMA (Sigma, St. Louis, MO), purified aureolysin (1 ug ml~—" in DQ collagen buffer), JE2 supernatant (18 h
of culture), or sarA:tetM supernatant (18 h of culture). The enzyme and supernatant were added at a 2:3
ratio (enzyme to supernatant). After 30 min of incubation at 37°C, 5 ul of sample was mixed with 3 SDS
buffer (4% SDS, 20% glycerol, 0.125 M Tris-HCl, pH 6.8, 0.01% bromophenol blue) and loaded onto a 10%
SDS-PAGE gel with 0.01% gelatin. The gel was run for approximately 1.5h at 140 V. The gel was
incubated for 1 h at room temperature in renaturation buffer (50 mM Tris-HCl buffer, pH 7.4, containing
5mM CaCl,, 1 uM ZnCl,, and 2.5% Triton X-100) and then overnight at 37°C in development buffer
(50 mM Tris-HCl buffer, pH 7.4, containing 5 mM CaCl, and 1 uM ZnCl,). The gel was then stained with
Coomassie to visualize zones of clearing.

Collagen growth curves. One hundred twenty pg of type | collagen (Sigma, St. Louis, MO) was
incubated with 1 ug human recombinant MMP-9 and/or aureolysin in DQ buffer for 2 h at 37°C. As a
control, 120 ug of type | collagen was incubated with 1 U of collagenase (Sigma, St. Louis, MO) or DQ
buffer. The collagen solutions were added to CDM-PRE inoculated with S. aureus strains at a starting
optical density at 600 nm (ODyg,) of 0.05. Optical density at 600 nm was observed every 30 min using the
TECAN plate reader.

Animal studies. Seven-week-old C57B/6 mice (Charles River Laboratories, Wilmington, MA) were
inoculated with 1 X 106 CFU S. aureus subcutaneously. Prior to inoculation, the flanks of the mice were
shaved and sterilized with 70% alcohol. Mice were sacrificed at 5 days postinoculation, and abscess and
periabscess tissue was removed and either placed in O.C.T. (Fisher Scientific, Hampton, NH) and frozen
for histological analysis or placed in phosphate-buffered saline (PBS) to be homogenized and analyzed
for CFU counts. Histological samples were processed in the UNMC Core Tissue Facility. This study was
conducted in accordance with the recommendations in the Guide for the Care and Use of Laboratory
Animals of the National Institutes of Health (73). The animal protocol was approved by the Institutional
Animal Care and Use Committee of the University of Nebraska Medical Center (protocol 11-049-06-FC).

Immunohistochemistry. Tissues from the skin abscess or surrounding sterile field were processed
for immunofluorescence staining using primary antibodies for matrix metallopeptidase 9 (monoclonal
mouse anti-MMP9; Abcam) and collagen type | (polyclonal rabbit anti-Coll; Millipore, Burlington, MA).
Frozen tissue sections were fixed (100% methanol), blocked in 5% donkey serum, and incubated with
primary antibodies (Arg-1, 1:100; iNOS, 1:100; MMP-9, 1:500; Coll, 1:40) diluted in 2% donkey serum
overnight at 4°C. Sections were then incubated with donkey anti-mouse Alexa Fluor 488 and donkey
anti-rabbit Alexa Fluor 648 (1:250; Jackson ImmunoResearch Laboratories, West Grove, PA) secondary
antibodies and Hoechst stain (1:100; Molecular Probes, Eugene, OR) for 2 h at room temperature. The
samples were washed and dried, and the glass slides were mounted with Slow Fade (Life Technologies,
Carlsbad, CA). Confocal imaging was performed using a Zeiss 710 META laser scanning microscope (Carl
Zeiss, Oberkochen, Germany).

Western blotting and zymogram of skin abscess tissue. Tissue homogenate was prepared from
7-week-old C57B/6 mice inoculated with 1 X 106 CFU S. aureus subcutaneously. Control tissue was
isolated from the same animal. Protein concentration of homogenates was determined using a Bio-Rad
protein assay (Hercules, CA). Two ug of protein was loaded onto a 10% SDS-PAGE gel or a 10% SDS-PAGE
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gel with 0.01% gelatin. MMP-9 was detected with monoclonal mouse anti-MMP9 (Abcam, Cambridge,
United Kingdom). The gelatin gel was incubated for 1 h at room temperature in renaturation buffer
(50 mM Tris-HCI buffer, pH 7.4, containing 5mM CaCl,, 1 uM ZnCl,, and 2.5% Triton X-100) and then
overnight at 37°C in development buffer (50 mM Tris-HCl buffer, pH 7.4, containing 5 mM CaCl, and 1 uM

ZnCl,). The gel was then stained with Coomassie to visualize zones of clearing.

Peptide transporter growth curves. S. aureus strains were inoculated at an ODy,, of 0.05 in CDM
supplemented with 1% Casamino Acids (Becton Dickinson, Franklin Lakes, NJ) or 1% Trypticase peptone
(Becton Dickenson, Franklin Lakes, NJ). Amino acids in the CDM were reduced by 4-fold (25% amino acid
CDM) and supplemented with 1% Trypticase peptone or Casamino Acids. Collagen treated with 1U
collagenase for 45 min was spun down in a 3,000-molecular-weight-cutoff (MWCO) PES spin column
(Sartorius AG, Gottingen, Germany). Filtrate was added to CDM-PRE inoculated to a final OD of 0.05.
Synthetic peptides (Genemed Synthesis, San Antonio, TX) (Table S2) were added to CDM-PRE at a final
concentration of 13 uM. Growth curves were performed in 96-well plates in the TECAN device at 37°C
with shaking at 250 rpm.
P, .:lacZ growth curves. Overnight cultures of JE2 pNF323 were washed in PBS and diluted to a
starting ODg, of 0.05 in 30 ml CDM, CDM with 1% Casamino Acids, and CDM with 1% Trypticase peptone
in a 250-ml flask. The strains were grown at 37°C with shaking at 250 rpm, and samples were taken every
hour during exponential phase. B-Galactosidase activity was assessed as previously described (74).

Green fluorescent protein growth assays. The JE2 pCM13 or Aopp3 pCM13 strain was grown in
200 pl CDM or CDM-PRE supplemented with 0.5% Casamino Acids, 0.5% Trypticase peptone, or 13 mM
synthetic peptone. Growth and fluorescence (490 nm/520 nm) were assessed in 96-well clear-bottomed
black plates in the TECAN device at 37°C with shaking at 250 rpm.

SUPPLEMENTAL MATERIAL
Supplemental material for this article may be found at https://doi.org/10.1128/mBio
.02553-18.

FIG S1, PDF file, 0.2 MB.
FIG S2, PDF file, 0.2 MB.
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TABLE S1, DOCX file, 0.01 MB.
TABLE S2, DOCX file, 0.01 MB.
TABLE S3, DOCX file, 0.02 MB.
TABLE S4, DOCX file, 0.01 MB.

ACKNOWLEDGMENTS
We thank Alex Horswill, University of Colorado Anschutz Medical Campus, for the
P,.~:gfp plasmid. This work was funded by the National Center for Research
Resources (5P20RR016469) and the National Institute for General Medical Science
(8P20GM103427) to A.S.N. and NIH/NIAID PO1AI083211 to P.D.F. and T.K.

REFERENCES

1.

March/April 2019 Volume 10

Goldmann O, Medina E. 2018. Staphylococcus aureus strategies to evade
the host acquired immune response. Int J Med Microbiol 308:625-630.
https://doi.org/10.1016/j.ijmm.2017.09.013.

. Cheng AG, Kim HK, Burts ML, Krausz T, Schneewind O, Missiakas DM.

2009. Genetic requirements for Staphylococcus aureus abscess formation
and persistence in host tissues. FASEB J 23:3393-3404. https://doi.org/
10.1096/fj.09-135467.

. Ray GT, Suaya JA, Baxter R. 2013. Microbiology of skin and soft tissue

infections in the age of community-acquired methicillin-resistant Staph-
ylococcus aureus. Diagn Microbiol Infect Dis 76:24-30. https://doi.org/
10.1016/j.diagmicrobio.2013.02.020.

. Kobayashi SD, Malachowa N, DeLeo FR. 2015. Pathogenesis of Staphy-

lococcus aureus abscesses. Am J Pathol 185:1518-1527. https://doi.org/
10.1016/j.ajpath.2014.11.030.

. Nuxoll AS, Halouska SM, Sadykov MR, Hanke ML, Bayles KW, Kielian T,

Powers R, Fey PD. 2012. CcpA regulates arginine biosynthesis in Staph-
ylococcus aureus through repression of proline catabolism. PLoS Pathog
8:1003033. https://doi.org/10.1371/journal.ppat.1003033.

. Malachowa N, Kobayashi SD, Porter AR, Braughton KR, Scott DP, Gardner

DJ, Missiakas DM, Schneewind O, DelLeo FR. 2016. Contribution of
Staphylococcus aureus coagulases and clumping factor A to abscess
formation in a rabbit model of skin and soft tissue infection. PLoS One
11:e0158293. https://doi.org/10.1371/journal.pone.0158293.

Issue 2 e02553-18

. Kobayashi SD, Malachowa N, Whitney AR, Braughton KR, Gardner DJ,

Long D, Bubeck Wardenburg J, Schneewind O, Otto M, Deleo FR. 2011.
Comparative analysis of USA300 virulence determinants in a rabbit
model of skin and soft tissue infection. J Infect Dis 204:937-941. https://
doi.org/10.1093/infdis/jir441.

. Inoshima N, Wang Y, Bubeck Wardenburg J. 2012. Genetic requirement

for ADAM10 in severe Staphylococcus aureus skin infection. J Investig
Dermatol 132:1513-1516. https://doi.org/10.1038/jid.2011.462.

. Kennedy AD, Bubeck Wardenburg J, Gardner DJ, Long D, Whitney AR,

Braughton KR, Schneewind O, DelLeo FR. 2010. Targeting of alpha-
hemolysin by active or passive immunization decreases severity of
USA300 skin infection in a mouse model. J Infect Dis 202:1050-1058.
https://doi.org/10.1086/656043.

. Castleman MJ, Pokhrel S, Triplett KD, Kusewitt DF, EImore BO, Joyner JA,

Femling JK, Sharma G, Hathaway HJ, Prossnitz ER, Hall PR. 2018. Innate
sex bias of Staphylococcus aureus skin infection is driven by alpha-
hemolysin. J Immunol 200:657-668. https://doi.org/10.4049/jimmunol
.1700810.

. Richardson AR, Somerville GA, Sonenshein AL. 2015. Regulating the

intersection of metabolism and pathogenesis in Gram-positive bacteria.
Microbiol Spectr 3:10.1128/microbiolspec. MBP-0004-2014. https://doi
.org/10.1128/microbiolspec.MBP-0004-2014.

. Vitko NP, Spahich NA, Richardson AR. 2015. Glycolytic dependency of

mbio.asm.org 15

1senb AQ 6102 ‘v2 AeN uo /610 wse oiqu//:diy woly papeojumoq



Lehman et al.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31.

March/April 2019 Volume 10

high-level nitric oxide resistance and virulence in Staphylococcus au-
reus. mBio 6:€00045-15. https://doi.org/10.1128/mBio.00045-15.

. Fang FC. 2004. Antimicrobial reactive oxygen and nitrogen species:

concepts and controversies. Nat Rev Microbiol 2:820-832. https://doi
.org/10.1038/nrmicro1004.

. Spahich NA, Vitko NP, Thurlow LR, Temple B, Richardson AR. 2016.

Staphylococcus aureus lactate- and malate-quinone oxidoreductases
contribute to nitric oxide resistance and virulence. Mol Microbiol 100:
759-773. https://doi.org/10.1111/mmi.13347.

. Xie QW, Cho HJ, Calaycay J, Mumford RA, Swiderek KM, Lee TD, Ding A,

Troso T, Nathan C. 1992. Cloning and characterization of inducible nitric
oxide synthase from mouse macrophages. Science 256:225-228. https://
doi.org/10.1126/science.1373522.

. Schapiro JM, Libby SJ, Fang FC. 2003. Inhibition of bacterial DNA repli-

cation by zinc mobilization during nitrosative stress. Proc Natl Acad Sci
U S A 100:8496-8501. https://doi.org/10.1073/pnas.1033133100.

. Stevanin TM, loannidis N, Mills CE, Kim SO, Hughes MN, Poole RK. 2000.

Flavohemoglobin Hmp affords inducible protection for Escherichia coli
respiration, catalyzed by cytochromes bo’ or bd, from nitric oxide. J Biol
Chem 275:35868-35875. https://doi.org/10.1074/jbc.M002471200.

. Vitko NP, Grosser MR, Khatri D, Lance TR, Richardson AR. 2016. Expanded

glucose import capability affords Staphylococcus aureus optimized gly-
colytic flux during infection. mBio 7:€00296-16. https://doi.org/10.1128/
mBi0.00296-16.

. Nizet V, Johnson RS. 2009. Interdependence of hypoxic and innate

immune responses. Nat Rev Immunol 9:609-617. https://doi.org/10
.1038/nri2607.

Thurlow LR, Joshi GS, Richardson AR. 2018. Peroxisome proliferator-
activated receptor gamma is essential for the resolution of Staphylococ-
cus aureus skin infections. Cell Host Microbe 24:261-270. https://doi.org/
10.1016/j.chom.2018.07.001.

Halsey CR, Lei S, Wax JK, Lehman MK, Nuxoll AS, Steinke L, Sadykov M,
Powers R, Fey PD. 2017. Amino acid catabolism in Staphylococcus aureus
and the function of carbon catabolite repression. mBio 8:01434-16. https://
doi.org/10.1128/mBio0.01434-16.

Radin JN, Kelliher JL, Parraga Solorzano PK, Kehl-Fie TE. 2016. The
two-component system ArlRS and alterations in metabolism enable
Staphylococcus aureus to resist calprotectin-induced manganese starva-
tion. PLoS Pathog 12:21006040. https://doi.org/10.1371/journal.ppat
.1006040.

McGavin MJ, Zahradka C, Rice K, Scott JE. 1997. Modification of the
Staphylococcus aureus fibronectin binding phenotype by V8 protease.
Infect Immun 65:2621-2628.

Karlsson A, Saravia-Otten P, Tegmark K, Morfeldt E, Arvidson S. 2001.
Decreased amounts of cell wall-associated protein A and fibronectin-
binding proteins in Staphylococcus aureus sarA mutants due to up-
regulation of extracellular proteases. Infect Immun 69:4742-4748. https://
doi.org/10.1128/IA1.69.8.4742-4748.2001.

McAleese FM, Walsh EJ, Sieprawska M, Potempa J, Foster TJ. 2001. Loss
of clumping factor B fibrinogen binding activity by Staphylococcus au-
reus involves cessation of transcription, shedding and cleavage by met-
alloprotease. J Biol Chem 276:29969-29978. https://doi.org/10.1074/jbc
.M102389200.

Ohbayashi T, Irie A, Murakami Y, Nowak M, Potempa J, Nishimura Y,
Shinohara M, Imamura T. 2011. Degradation of fibrinogen and collagen
by staphopains, cysteine proteases released from Staphylococcus aureus.
Microbiology 157:786-792. https://doi.org/10.1099/mic.0.044503-0.
Potempa J, Dubin A, Korzus G, Travis J. 1988. Degradation of elastin by
a cysteine proteinase from Staphylococcus aureus. J Biol Chem 263:
2664-2667.

Prokesova L, Potuznikova B, Potempa J, Zikan J, Radl J, Hachova L, Baran
K, Porwit-Bobr Z, John C. 1992. Cleavage of human immunoglobulins by
serine proteinase from Staphylococcus aureus. Immunol Lett 31:259-265.
https://doi.org/10.1016/0165-2478(92)90124-7.

Jusko M, Potempa J, Kantyka T, Bielecka E, Miller HK, Kalinska M, Dubin
G, Garred P, Shaw LN, Blom AM. 2014. Staphylococcal proteases aid in
evasion of the human complement system. J Innate Immun 6:31-46.
https://doi.org/10.1159/000351458.

Pietrocola G, Nobile G, Rindi S, Speziale P. 2017. Staphylococcus aureus
manipulates innate immunity through own and host-expressed pro-
teases. Front Cell Infect Microbiol 7:166. https://doi.org/10.3389/fcimb
.2017.00166.

Kolar SL, Ibarra JA, Rivera FE, Mootz JM, Davenport JE, Stevens SM,
Horswill AR, Shaw LN. 2013. Extracellular proteases are key mediators of

Issue 2 e02553-18

32

33

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

mBio

Staphylococcus aureus virulence via the global modulation of virulence-
determinant stability. Microbiologyopen 2:18-34. https://doi.org/10
.1002/mbo3.55.

Dunman PM, Murphy E, Haney S, Palacios D, Tucker-Kellogg G, Wu S,
Brown EL, Zagursky RJ, Shlaes D, Projan SJ. 2001. Transcription profiling-
based identification of Staphylococcus aureus genes regulated by the agr
and/or sarA loci. J Bacteriol 183:7341-7353. https://doi.org/10.1128/JB
.183.24.7341-7353.2001.

. Zielinska AK, Beenken KE, Mrak LN, Spencer HJ, Post GR, Skinner RA,

Tackett AJ, Horswill AR, Smeltzer MS. 2012. sarA-mediated repression of
protease production plays a key role in the pathogenesis of Staphylo-
coccus aureus USA300 isolates. Mol Microbiol 86:1183-1196. https://doi
.org/10.1111/mmi.12048.

Nickerson N, Ip J, Passos DT, McGavin MJ. 2010. Comparison of staph-
opain A (ScpA) and B (SspB) precursor activation mechanisms reveals
unique secretion kinetics of proSspB (staphopain B), and a different
interaction with its cognate staphostatin, SspC. Mol Microbiol 75:
161-177. https://doi.org/10.1111/j.1365-2958.2009.06974.x.

Nickerson NN, Joag V, McGavin MJ. 2008. Rapid autocatalytic activation
of the M4 metalloprotease aureolysin is controlled by a conserved
N-terminal fungalysin-thermolysin-propeptide domain. Mol Microbiol
69:1530-1543. https://doi.org/10.1111/j.1365-2958.2008.06384.x.
Drapeau GR. 1978. Role of metalloprotease in activation of the precursor
of staphylococcal protease. J Bacteriol 136:607-613.

Massimi |, Park E, Rice K, Muller-Esterl W, Sauder D, McGavin MJ. 2002.
Identification of a novel maturation mechanism and restricted substrate
specificity for the SspB cysteine protease of Staphylococcus aureus. J Biol
Chem 277:41770-41777. https://doi.org/10.1074/jbc.M207162200.

Rice K, Peralta R, Bast D, de Azavedo J, McGavin MJ. 2001. Description of
staphylococcus serine protease (ssp) operon in Staphylococcus aureus
and nonpolar inactivation of sspA-encoded serine protease. Infect Im-
mun 69:159-169. https://doi.org/10.1128/IA1.69.1.159-169.2001.
Laarman AJ, Ruyken M, Malone CL, van Strijp JA, Horswill AR, Rooijakkers
SH. 2011. Staphylococcus aureus metalloprotease aureolysin cleaves
complement C3 to mediate immune evasion. J Immunol 186:
6445-6453. https://doi.org/10.4049/jimmunol.1002948.

Beaufort N, Wojciechowski P, Sommerhoff CP, Szmyd G, Dubin G, Eick S,
Kellermann J, Schmitt M, Potempa J, Magdolen V. 2008. The human
fibrinolytic system is a target for the staphylococcal metalloprotease
aureolysin. Biochem J 410:157-165. https://doi.org/10.1042/BJ20070650.
Sieprawska-Lupa M, Mydel P, Krawczyk K, Wojcik K, Puklo M, Lupa B,
Suder P, Silberring J, Reed M, Pohl J, Shafer W, McAleese F, Foster T,
Travis J, Potempa J. 2004. Degradation of human antimicrobial peptide
LL-37 by Staphylococcus aureus-derived proteinases. Antimicrob Agents
Chemother 48:4673-4679. https://doi.org/10.1128/AAC.48.12.4673-4679
.2004.

Borezee-Durant E, Hiron A, Piard JC, Juillard V. 2009. Dual role of the
oligopeptide permease Opp3 during growth of Staphylococcus aureus in
milk. Appl Environ Microbiol 75:3355-3357. https://doi.org/10.1128/AEM
.02819-08.

Higgins CF. 1992. ABC transporters: from microorganisms to man. Annu
Rev Cell Biol 8:67-113. https://doi.org/10.1146/annurev.cb.08.110192
.000435.

Monnet V. 2003. Bacterial oligopeptide-binding proteins. Cell Mol Life
Sci 60:2100-2114. https://doi.org/10.1007/s00018-003-3054-3.

Hiron A, Borezee-Durant E, Piard JC, Juillard V. 2007. Only one of four
oligopeptide transport systems mediates nitrogen nutrition in Staphy-
lococcus aureus. J Bacteriol 189:5119-5129. https://doi.org/10.1128/JB
.00274-07.

Hebbeln P, Eitinger T. 2004. Heterologous production and characteriza-
tion of bacterial nickel/cobalt permeases. FEMS Microbiol Lett 230:
129-135. https://doi.org/10.1016/50378-1097(03)00885-1.

Hiron A, Posteraro B, Carriere M, Remy L, Delporte C, La Sorda M,
Sanguinetti M, Juillard V, Borezée-Durant E. 2010. A nickel ABC-
transporter of Staphylococcus aureus is involved in urinary tract infection.
Mol Microbiol 77:1246-1260. https://doi.org/10.1111/j.1365-2958.2010
.07287 x.

Remy L, Carriére M, Derré-Bobillot A, Martini C, Sanguinetti M, Borezée-
Durant E. 2013. The Staphylococcus aureus Opp1 ABC transporter im-
ports nickel and cobalt in zinc-depleted conditions and contributes to
virulence. Mol Microbiol 87:730-743. https://doi.org/10.1111/mmi
.12126.

Yu D, Pi B, Yu M, Wang Y, Ruan Z, Feng Y, Yu Y. 2014. Diversity and

mbio.asm.org 16

1senb AQ 6102 ‘v2 AeN uo /610 wse oiqu//:diy woly papeojumoq



Host Proteins as a Reservoir for Essential Amino Acids

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

March/April 2019 Volume 10

evolution of oligopeptide permease systems in staphylococcal species.
Genomics 104:8-13. https://doi.org/10.1016/j.ygeno.2014.04.003.

Davis JS, Anstey NM. 2011. Is plasma arginine concentration decreased
in patients with sepsis? A systematic review and meta-analysis. Crit Care
Med 39:380-385. https://doi.org/10.1097/CCM.0b013e3181ffd9f7.
Thurlow LR, Hanke ML, Fritz T, Angle A, Aldrich A, Williams SH, Enge-
bretsen IL, Bayles KW, Horswill AR, Kielian T. 2011. Staphylococcus aureus
biofilms prevent macrophage phagocytosis and attenuate inflammation
in vivo. J Immunol 186:6585-6596. https://doi.org/10.4049/jimmunol
.1002794.

Elkington PT, O'Kane CM, Friedland JS. 2005. The paradox of matrix
metalloproteinases in infectious disease. Clin Exp Immunol 142:12-20.
https://doi.org/10.1111/j.1365-2249.2005.02840.x.

Sternlicht MD, Werb Z. 2001. How matrix metalloproteinases regulate
cell behavior. Annu Rev Cell Dev Biol 17:463-516. https://doi.org/10
.1146/annurev.cellbio.17.1.463.

Gottschall PE, Deb S. 1996. Regulation of matrix metalloproteinase
expressions in astrocytes, microglia and neurons. Neuroimmunomodu-
lation 3:69-75. https://doi.org/10.1159/000097229.

Okamoto T, Akaike T, Suga M, Tanase S, Horie H, Miyajima S, Ando M,
Ichinose Y, Maeda H. 1997. Activation of human matrix metalloprotei-
nases by various bacterial proteinases. J Biol Chem 272:6059-6066.
https://doi.org/10.1074/jbc.272.9.6059.

Jie Bao G, Kari K, Tervahartiala T, Sorsa T, Meurman JH. 2008. Proteolytic
activities of oral bacteria on ProMMP-9 and the effect of synthetic
proteinase inhibitors. Open Dent J 2:96-102. https://doi.org/10.2174/
1874210600802010096.

Shogan BD, Belogortseva N, Luong PM, Zaborin A, Lax S, Bethel C, Ward
M, Muldoon JP, Singer M, An G, Umanskiy K, Konda V, Shakhsheer B, Luo
J, Klabbers R, Hancock LE, Gilbert J, Zaborina O, Alverdy JC. 2015.
Collagen degradation and MMP9 activation by Enterococcus faecalis
contribute to intestinal anastomotic leak. Sci Transl Med 7:286ra268.
de Bentzmann S, Polette M, Zahm JM, Hinnrasky J, Kileztky C, Bajolet O,
Klossek JM, Filloux A, Lazdunski A, Puchelle E. 2000. Pseudomonas
aeruginosa virulence factors delay airway epithelial wound repair by
altering the actin cytoskeleton and inducing overactivation of epithelial
matrix metalloproteinase-2. Lab Investig 80:209-219. https://doi.org/10
.1038/labinvest.3780024.

Chan PF, Foster SJ. 1998. Role of SarA in virulence determinant produc-
tion and environmental signal transduction in Staphylococcus aureus. J
Bacteriol 180:6232-6241.

Cassat J, Dunman PM, Murphy E, Projan SJ, Beenken KE, Palm KJ, Yang
SJ, Rice KC, Bayles KW, Smeltzer MS. 2006. Transcriptional profiling of a
Staphylococcus aureus clinical isolate and its isogenic agr and sarA
mutants reveals global differences in comparison to the laboratory strain
RN6390. Microbiology 152:3075-3090. https://doi.org/10.1099/mic.0
.29033-0.

Li C, Sun F, Cho H, Yelavarthi V, Sohn C, He C, Schneewind O, Bae T. 2010.
CcpA mediates proline auxotrophy and is required for Staphylococcus
aureus pathogenesis. J Bacteriol 192:3883-3892. https://doi.org/10.1128/
JB.00237-10.

Issue 2 e02553-18

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

°

mBio

Hammer ND, Reniere ML, Cassat JE, Zhang Y, Hirsch AO, Indriati Hood M,
Skaar EP. 2013. Two heme-dependent terminal oxidases power Staphy-
lococcus aureus organ-specific colonization of the vertebrate host. mBio
4:¢00241-13. https://doi.org/10.1128/mBi0.00241-13.

Richardson AR, Libby SJ, Fang FC. 2008. A nitric oxide-inducible lactate
dehydrogenase enables Staphylococcus aureus to resist innate immunity.
Science 319:1672-1676. https://doi.org/10.1126/science.1155207.
Shoulders MD, Raines RT. 2009. Collagen structure and stability. Annu
Rev Biochem 78:929-958. https://doi.org/10.1146/annurev.biochem.77
.032207.120833.

Olivares O, Mayers JR, Gouirand V, Torrence ME, Gicquel T, Borge L, Lac S,
Roques J, Lavaut MN, Berthezene P, Rubis M, Secq V, Garcia S, Moutardier V,
Lombardo D, lovanna JL, Tomasini R, Guillaumond F, Vander Heiden MG,
Vasseur S. 2017. Collagen-derived proline promotes pancreatic ductal ade-
nocarcinoma cell survival under nutrient limited conditions. Nat Commun
8:16031. https://doi.org/10.1038/ncomms16031.

Tanner JJ, Fendt SM, Becker DF. 2018. The proline cycle as a potential
cancer therapy target. Biochemistry 57:3433-3444. https://doi.org/10
.1021/acs.biochem.8b00215.

Vandooren J, Van den Steen PE, Opdenakker G. 2013. Biochemistry and
molecular biology of gelatinase B or matrix metalloproteinase-9 (MMP-
9): the next decade. Crit Rev Biochem Mol Biol 48:222-272. https://doi
.0org/10.3109/10409238.2013.770819.

Banbula A, Potempa J, Travis J, Fernandez-Catalan C, Mann K, Huber R,
Bode W, Medrano F. 1998. Amino-acid sequence and three-dimensional
structure of the Staphylococcus aureus metalloproteinase at 1.72 A res-
olution. Structure 6:1185-1193. https://doi.org/10.1016/5S0969-2126(98)
00118-X.

Tanaka KJ, Song S, Mason K, Pinkett HW. 2018. Selective substrate
uptake: the role of ATP-binding cassette (ABC) importers in pathogen-
esis. Biochim Biophys Acta Biomembr 1860:868-877. https://doi.org/10
.1016/j.bbamem.2017.08.011.

Somerville GA, Proctor RA. 2009. At the crossroads of bacterial metab-
olism and virulence factor synthesis in staphylococci. Microbiol Mol Biol
Rev 73:233-248. https://doi.org/10.1128/MMBR.00005-09.

Fey PD, Endres JL, Yajjala VK, Widhelm TJ, Boissy RJ, Bose JL, Bayles KW.
2013. A genetic resource for rapid and comprehensive phenotype
screening of nonessential Staphylococcus aureus genes. mBio 4:e00537
-12. https://doi.org/10.1128/mBio0.00537-12.

Hussain M, Hastings JG, White PJ. 1991. A chemically defined medium
for slime production by coagulase-negative staphylococci. J Med Micro-
biol 34:143-147. https://doi.org/10.1099/00222615-34-3-143.

National Research Council. 2011. Guide for the care and use of labora-
tory animals, 8th ed. National Academies Press, Washington, DC.
Lehman MK, Bose JL, Sharma-Kuinkel BK, Moormeier DE, Endres JL,
Sadykov MR, Biswas |, Bayles KW. 2015. Identification of the amino acids
essential for LytSR-mediated signal transduction in Staphylococcus au-
reus and their roles in biofilm-specific gene expression. Mol Microbiol
95:723-737. https://doi.org/10.1111/mmi.12902.

mbio.asm.org 17

1senb AQ 6102 ‘v2 AeN uo /610 wse oiqu//:diy woly papeojumoq



	Protease-Mediated Growth of Staphylococcus aureus on Host Proteins Is opp3 Dependent
	Recommended Citation
	Authors

	KielianBad.pdf

