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Salmonella comprises two species and more than 2500 serovars with marked differences
in host specificity, and is responsible for a wide spectrum of diseases, ranging from
localized gastroenteritis to severe life-threatening invasive disease. The initiation of the
host inflammatory response, triggered by many Pathogen-Associated Molecular Patterns
(PAMPs) that Salmonella possesses, recruits innate immune cells in order to restrain the
infection at the local site. Neutrophils are known for killing bacteria through oxidative burst,
amid other mechanisms. Amongst those mechanisms for controlling bacteria, the release
of Extracellular Traps (ETs) represents a newly described pathway of programmed cell
death known as ETosis. Particularly, Neutrophil Extracellular Traps (NETs) were first
described in 2004 and since then, a number of reports have demonstrated their role as a
novel defense mechanism against different pathogens. This released net-like material is
composed of cellular DNA decorated with histones and cellular proteins. These structures
have shown ability to trap, neutralize and kil different kinds of microorganisms, ranging
from viruses and bacteria to fungi and parasites. Salmonella was one of the first
microorganisms that were reported to be killed by NETs and several studies have
confirmed the observation and deepened into its variants. Nevertheless, much less is
known about their counterparts in other immune cells, e.g. Macrophage Extracellular
Traps (METs) and Salmonella-induced MET release has never been reported so far. In this
work, we observed the production of METs induced by Salmonella enterica serovar
Typhimurium and recorded their effect on bacteria, showing for the first time that
macrophages can also release extracellular DNA traps upon encounter with Salmonella
Typhimurium. Additionally we show that METs effectively immobilize and reduce
Salmonella survival in a few minutes, suggesting METs as a novel immune-mediated
defense mechanism against Salmonella infection. Of note, this phenomenon was
confirmed in primary macrophages, since MET release was also observed in bone
marrow-derived macrophages infected with Salmonella. The evidence of this peculiar
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mechanism provides new incipient insights into macrophages” role against Salmonella
infection and can help to design new strategies for the clinical control of this

transcendental pathogen.

Keywords: Salmonella, macrophages, extracellular traps, MET, defense mechanism

INTRODUCTION

Salmonella comprises two species and more than 2500 serovars
with marked differences in host specificity; and is responsible for a
wide spectrum of diseases, ranging from localized gastroenteritis
to severe life-threatening invasive disease (Majowicz et al., 2010).
It is generally transmitted to humans through consumption of
contaminated food, or through fecal-oral route (Betancor et al,
2010; Gopinath et al., 2012; Bonardi et al, 2017). Even when
salmonellosis cases are mild, it can be lethal, depending mainly on
the particular infecting serotype and immunological status of the
host. Salmonella has evolved multiple mechanisms, comprising a
sophisticated repertoire of virulence factors, to compete with the
gut microbiota for access to the host cells and successfully infect
them, thereby avoiding or subverting host immune responses
(Shea et al.,, 1996). A distinctive feature of Salmonella
pathogenesis is the capacity to invade and live inside
professional phagocytic cells inside Salmonella containing
vacuoles (SCV). Particularly, macrophages represent an ideal
niche for this purpose, whereas other innate immune cells such
as neutrophils kill bacteria through oxidative burst, among other
mechanisms (Burton et al.,, 2014). The initiation of an
inflammatory response, triggered by many Pathogen-Associated
Molecular Patterns (PAMPs) that Salmonella possesses, recruits
neutrophils and inflammatory monocytes, in order to restrain the
infection (Pham and McSorley, 2015). Besides the classical
phagocytic role, these recruited cells have an additional
mechanism for controlling bacteria that relies on the release of
extracellular traps (ETs), a newly described pathway of
programmed cell death known as ETosis. This released net-like
material is composed of cellular DNA decorated with histones
and cellular proteins (Brinkmann et al., 2004). These trapping
structures have shown ability to neutralize and kill all kinds of
microorganisms, ranging from viruses and bacteria to fungi and
parasites (Brinkmann et al., 2004; Urban et al., 2006; Saitoh et al.,
2012; de Buhr et al., 2018). Their relevance during pathogen
elimination becomes apparent by the clinical finding that
hereditary NET deficiency leads to invasive aspergillosis, that is
later controlled by restoration of NET formation ability with gene
therapy (Bianchi et al., 2009). Regarding Salmonella, it was the

Abbreviations: NET, Neutrophil Extracellular Traps; MET, Macrophage
Extracellular Trap; SCV, Salmonella containing vacuole; PAMP, Pathogen-
Associated Molecular Pattern; ET, Extracellular Trap; GFP, Green Fluorescent
Protein; DMEM, Dulbecco’s Modified Eagle’s Medium; FBS, Fetal Bovine Serum;
BMDM, Bone Marrow Derived Macrophages; RPMI, Roswell Park Memorial
Institute; M-CSF, Macrophage Colony-Stimulating Factor; MOI, Multiplicity of
Infection; PMA, Phorbol Myristate Acetate; LBA, Luria Bertani Agar; PBS,
Phosphate-Buffered Saline; WGA, Wheat Germ Agglutinin; GSDM-D,
Gasdermin D; OMV, Outer Membrane Vesicle.

first microorganism that was reported to be killed by NETSs, and
since, several other studies have confirmed it and deepened into
its variants (Brinkmann et al., 2004; Pieper et al., 2017). ETosis
has been also attributed more recently to macrophages [reviewed
in (Doster et al., 2018)] Salmonella-induced MET release,
however, has never been reported so far, although other
enterobacteriaceae family members as E. coli are known
inducers (Webster et al., 2010). In this work, we observed the
production of METs induced by Salmonella enterica serovar
Typhimurium and recorded their effect on bacteria. Our results
show for the first time that macrophages release extracellular
traps upon Salmonella infection, where bacteria are retained and
killed. This suggests a new defense mechanism against these
highly prevalent bacteria. Although these results are preliminary
they provide new insights in macrophages' role against
Salmonella infection.

MATERIALS AND METHODS

Bacterial Strains and Cell Lines

Salmonella enterica serovar Typhimurium LVRO1 (aroC-)
(Chabalgoity et al., 2000), was used in the present study. For
confocal microscopy experiments, a GFP constitutive expressing
derivative, LVRO1-gfp-rpsM, was used instead. This derivative
was constructed by phage P22 transduction with a lysate kindly
provided by Dr. Isabelle Hautefort (Institute of Food Research,
Norwich, United Kingdom) (Hautefort et al., 2003).

The murine J774A.1 macrophage-like cell line was obtained
from American Type Culture Collection (ATCC® TIB67TM) and
maintained in Dulbecco’s Modified Eagle’s Medium (DMEM),
supplemented with 10% of heat inactivated fetal bovine serum
(hiFBS). Primary bone marrow-derived macrophages (BMDM)
were isolated from femurs of C57BL/6 mice killed by cervical
dislocation. The bone marrow was flushed out with Roswell
Park Memorial Institute (RPMI) 1640 medium supplemented
with 10% (v/v) FBS and 2 mM glutamine, and for maintenance
of BMDM in culture this medium was further supplemented with
20% (v/v) of supernatant taken from 1929 cells (a murine M-CSF-
producing cell line) (Royle et al., 2003). All procedures were carried
out in accordance with the local guidelines and approved by the
Comision Honoraria de Experimentacion Animal, Uruguay.

Macrophage Culture and Infection

Macrophages were seeded in 24-well plates (Greiner bio-one,
Frickenhausen, Germany) to a density of 3x10° cells per well and
let adhere for 2hs. Salmonella LVRO1-gfp-rpsM was diluted in
the appropriate culture medium and added to the cells at a MOI
1, 10, 40 or 100:1, depending on the experiment. Incubation was
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performed at 37°C in 5% CO, atmosphere for 10, 30 or 60
minutes. DNase I (100 U/ml) (Sigma-Aldrich, MO, USA) was
added 30 minutes prior to infection. As a positive control for
MET release, phorbol myristate acetate (PMA) 200 uM (Sigma-
Aldrich, MO, USA) was used (Aulik et al., 2012). To evaluate
whether DNAse I was toxic for bacteria, control wells with
bacteria but no cells were exposed to the same assay
conditions. For sterile MET production assessment, cells were
cultured after 3 hours (2 hours adhesion + 1 hour condition),
supernatants were removed and transferred to a fresh culture
(2 hours adhesion). As a control, in a different well the cell
supernatant was removed after 2 hours of adhesion and
substituted with fresh medium. For time lapse video recording,
27 mm glass base dishes (Thermo Fisher Scientific, Waltham,
Massachusetts, USA) were used instead of the 24-well plates
described above. For bacterial cytotoxicity assays DNAse I was
added 30 minutes prior to infection. Cells were lysed with Triton
X-100 0.1% (Sigma-Aldrich, MO, USA) and bacterial dilutions
were performed for appropriate count on LBA plates. Percentage
of bacterial death was determined as: [(inoculum - ufc
recovered)/inoculum]x100.

Staining, Confocal Microscopy Image
Acquisition and Processing

Observation was carried out using a Zeiss LSM 800-AiryScan
confocal laser scanning microscope (Carl Zeiss AG; Jena,
Germany), with an inverted Axio-observer 2.0 stative, and Zen
Blue 2.3 Software. In order to determine different aspects of
MET production, slides were fixed overnight with 4%
paraformaldehyde and then washed with phosphate-buftered
saline (PBS). Next, a permeabilization step was performed with
0.3% Triton X-100 in Non-Permeabilization (NP) buffer for 20
minutes at room temperature (RT). The staining was performed
as follows: 1:100 dilution of 1 mg/ml Hoechst 33342 (Molecular
Probes, Thermo Fisher Scientific, Waltham, Massachusetts,
USA) for DNA staining and Wheat Germ Agglutinin (WGA) -
Texas Red (Molecular Probes, Thermo Fisher Scientific,
Waltham, Massachusetts, USA) for membrane staining in NP
buffer (BSA 2%, NH,Cl 50mM in PBS), during 30 minutes at
room temperature. Once staining was finished, slides were
washed and mounted with ProLong'" Gold Antifade (Thermo
Fisher Scientific, Waltham, Massachusetts, USA). 3D image
stacks were acquired using 350/460, 488/520 and 595/615 nm
excitation/emission wavelengths, a 63X oil immersion objective
(NA = 1.4), 0.5 um step size in the z axis, and 1024 x 1024 pixels
in the x-y plane with 99 nm pixel size. The 3D image stacks were
analyzed using Image]/FIJI software (Schindelin et al., 2012).
Color, contrast and y-adjustments were performed for each
fluorescence channel and z-slice individually prior to
z-projection. For in vivo recording, the same staining was
performed and the acquisition parameters were adapted to
have the fastest possible acquisition. Movies were recorded
during 3 minutes, at 0.57 seconds per frame for Movie 1, and
0.49 seconds per frame for Movie SM2. Images were
deconvolved with Huygens Scripting Software (SVI; Hilversum,
The Netherlands), using the Classical Maximum Likelihood

algorithm with custom parameters. Signal to noise ratio
(SNR 5) was manually adjusted until the deconvolved images
were free of pixel noise. The segmentation routines applied were
developed at one of the authors’ laboratory (SCIAN-Lab, www.
scian.cl) on the basis of IDL 7.1.2 (Harris Geospatial; Broomfield,
CO, USA). For the segmentation of the bacteria we first applied
the Median filter with window width 4-5 pixels. This is a
smoothing filter that replaces each pixel value with the median
of a two-dimensional neighborhood (square pixel window) of a
given width. The filtered image was manually binarized by
setting an intensity threshold value, used to convert each
image pixel by comparing its intensity against the threshold
value, setting the pixel to 0 (lower than the threshold value) or 1
(equal or greater than the threshold value). Nucleus
segmentation was performed with the Median filter and
binarized manually by setting an intensity threshold producing
an initial set of regions of interest (ROIs, one per nucleus).
Afterwards, morphological filtering (“Fill/remove”) was applied
to fill ROI holes and filter out small spurious (non-nuclear) ROIs.
Afterwards, an Active contour algorithm with Gradient vector
flow (Xu and Prince, 1998; Fanani et al., 2010) was applied to
optimize the final shape of each nucleus. The segmentation of the
cytoplasm was done by applying an intensity threshold
(manually set for each slice) and the Fill/remove filter. The
deconvolved images of individual bacterium were tracked
semi-automatically using TrackMate (Tinevez et al., 2017), an
open source software plugin for FIJI for automated, semi-
automated, and manual tracking of single-particles. This plugin
displays the tracks based only on their links, and lays out spots
from bottom to top according to time. Each branching event
generates a new vertical lane. The segmentation, filtering, and
particle-linking processes and results were visualized
immediately in 2D or 3D, to judge their efficiencies and to
adjust their control parameters. Bacterial tracking was performed
in the GFP channel (bacteria signal). The ROIs were segmented
and the tracking recorded.

DNA Quantification

J774A.1 macrophages were incubated for 30 minutes with PMA
or LVRO1, with or without DNAse I pretreatment as above
indicated; all dilutions were performed in 1X TE buffer. A 1:200
dilution of Quant-iT PicoGreen dsDNA reagent (cat. P7581,
Invitrogen, CA, USA) was added to an equal volume of the
samples. Fluorescence was determined within 10 minutes with
485/520 nm excitation/emission wavelengths, using an
automated plate reader (FLUOstar OPTIMA). A standard
curve with total DNA extracted from J774A.1 cells was
included. DNA quality and quantity was assessed by
spectrophotometric measurements at 260/280 nm using
NanoDrop 2000 (Thermo Fisher Scientific; Waltham, MA,
USA) after extraction with DNeasy Blood & Tissue kit
(QIAGEN; Hilden, Germany).

Statistical Analysis
The statistical significance of differences between conditions was
analyzed using Student-T test with Prism 5 software (GraphPad

Frontiers in Cellular and Infection Microbiology | www.frontiersin.org

April 2021 | Volume 11 | Article 639768


http://www.scian.cl
http://www.scian.cl
https://www.frontiersin.org/journals/cellular-and-infection-microbiology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology#articles

Monaco et al.

Salmonella Triggers MET Release

Software; San Diego, CA). In each case a value of p<0.05 was
considered as statistically significant.

RESULTS

We first set up the conditions to evaluate MET release by J774A.1
macrophages, using uninfected and PMA-treated cells as
negative and positive controls, respectively. MET release was
not observed in untreated macrophages. Instead, PMA addition
induced release of MET, as identified by fluorescent staining with
the DNA-binding dye Hoechst, and laser scanning confocal
microscopy (Figure 1).

We then evaluated whether Salmonella induces MET
formation in J774A.1 macrophages. Infection was carried out
at a high MOI as a proof of concept, 40:1 (bacteria:cells ratio),
and followed up for 1 hour (t = 10, 30 and 60 minutes) after
infection. We found MET release after Salmonella infection;
average size of the fibers 16.7 + 10 um, ranging between 6.6
and 50.3 um (Figure 2). MET release was observed as fast as 10
minutes after infection (Figure 2, central row, left panel), and by

30 minutes we still observed METs and macrophages in normal
shapes (Figure 2, central row, central panel). After 60 minutes of
infection, most macrophages were no longer viable as inferred
from the lack of defined membrane and nucleus, as well as the
presence of cellular debris (Figure 2, central row, right panel).
MET structures were observed beyond cellular boundaries, close
to the macrophages (Figure 2, central row, left panel). They
presented uniform organization compared to a normal nucleus,
revealed by the intensity of the staining. As the Hoechst 33342
dye binds to the minor groove of the DNA at AT-rich sequences
differentiates distinct degrees of chromatin condensation state.
The nuclear DNA with different zones of compaction is reflected
by different degrees of Hoechst intensity as more intense is the
fluorescence more condensed is the chromatin, while the MET's
that mainly consist of DNA fibers and enzymes are observed as
an even blue color.

Since METSs are mainly composed of DNA, we confirmed the
nature of this process by inducing them in the presence of
DNAse I (Figure 2, bottom row). METs were not observed
when macrophages were pre-treated with DNAse I, confirming
that DNA is the major structural component of these fibers.

|

FIGURE 1 | MET release in PMA-treated J774A.1 macrophages. Confocal microscopy images of (A) Unstimulated cells, and (B) cells incubated with PMA (200 pM)
for 30 minutes. The left panels show maximum intensity z-projection of the image stack; the right panels show 3D models of cells. WGA staining is shown in red and
DNA in blue. The arrows point out the presence of METs. The scale bar represents 10 pm.
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10 min

Control

40:1
DNAse |

arrows point out MET release. The scale bar represents 10 pm.

Moreover, cell damage was still observed, even in the presence of
DNAse I, suggesting that the process of ETosis was taking place
but METs were no longer visualized because DNAse I had
already digested them. Another clue that this phenomenon is
related to ETosis is the presence of several enucleated cells
observed 30 minutes after infection (Figure 2, bottom row,
central panel).

Extracellular DNA was quantified 30 minutes after MET
release induction (Figure 3), showing that. Salmonella
infection significantly increased extracellular DNA. DNAse I
pre-treatment resulted in a significant decrease of quantified
DNA, confirming that a significant amount of DNA was exposed
to DNAse I activity, hence outside cell boundaries.

Live imaging proved that Salmonella became trapped in MET's
(Movie 1). Once trapped, bacteria stopped moving after 30
seconds of efforts to escape (Movie 1, i.e. minute 01:30.213 to
02:00.463). The trajectories of Salmonella tracked from Movie 1
are shown in Figure 4. The analysis revealed that 11 bacteria were
trapped and immobilized within the MET from the beginning of
the movie (grey trajectories); 4 bacteria were detected swimming

30 min

60 min

FIGURE 2 | MET release after Salmonella infection. Confocal microscopy images of J774A.1 macrophage extracellular trap release at t = 10, 30, and 60 min. Upper
row: Uninfected cells (Control). Central row: Cells infected with Salmonella enterica serovar Typhimurium LVRO1 (40:1). Bottom row: Cells infected with LVRO1
pretreated with DNAse |. Maximum intensity z-projections are shown for membrane visualization with WGA staining (red), DNA (blue), and Saimonella (green). The
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FIGURE 3 | Extracellular DNA quantification. Cells were incubated for 30
minutes with PMA or LVRO1, with or without DNAse | pretreatment. DNA
quantification was assessed with PicoGreen reagent. The dashed line
indicates mean value of untreated cells. Results are shown as fold increase of
individual replicates (n = 10) and mean + SD for each evaluated condition.

*p < 0.05 and **p < 0.001, Student T-test. One representative experiment of

6 independent ones performed.
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in the media and trapped within the MET, where they stayed until
the end of the movie (red trajectories); 4 bacteria were trapped
temporarily within the MET and then escaped the trap (blue
trajectories), and a total of 72 swimming Salmonella entered and
left the movie frame transiently without getting in contact with the
MET (trajectories not shown). Tracking analysis also revealed that
some bacteria were constrained to one particular area of the image,
which corresponds to a MET (Still image 2, Movie 2). These
trapped bacteria showed confined displacements of only a few
microns (Movie 2); and compared to the free bacteria, they have
less movement.

Once bacteria were trapped, the GFP started to progressively
diminish until the end of the movie acquisition. A GFP intensity

FIGURE 4 | Salmonella trapped in MET of J774A.1 macrophages. Live imaging was performed by confocal microscopy and Salmonella were tracked by image
analysis. (A) Fluorescent image at t = 0 s with DNA (blue) and Salmonella (green) channels shows a J774A.1 macrophage (dashed line on the right) and a MET
(dashed line on the left). Within the MET, 9 bacteria with high intensity values were identified. (B) Inverse grey scale color table for DNA channel is shown for t = 231
s together with the 15 tracked trajectories for Salmonella. The positions of each bacterium at the beginning and the end of the trajectory are marked by an open and
closed circle, respectively. Trajectory lines are colored according to bacteria status: trapped within the MET (grey); free and later trapped (red) and transiently trapped
(blue). Trajectories of swimming bacteria are not displayed. The scale bar represents 10 pm.

decrease was observed by a time-lapse total fluorescence plot (data
not shown). Swimming Salmonella did not show an intensity
decrease after being exposed to the highest laser power for 3
minutes (data not shown). In another approach to visualize this
phenomenon, we processed Movie 1 so as the emission color of
the channel was changed to a red/green lookup table (LUT)
(Movie SM1) where high fluorescence intensity values are
observed in green and low intensity values in red. Besides, the
same LUT was applied for both green and blue channel (for GFP
and DNA, respectively), as bacteria were stained with both
fluorophores. This allows observing that most trapped bacteria
undergo a switch from green to red, indicating a decrease in
fluorescence; whereas DNA signal from the nucleus remains

100- )
L) [ Uninfected
8 804 MOl 1
o] *
g o E2 MoI 10
S 60+ s g MOI 40
f B
b~ -
s 40
m
s 20
R
c T | Ll
,\Q "bQ QQ
time (min)
FIGURE 5 | Percentage of ET releasing macrophages after Salmonella infection. Cells were infected for 10, 30 or 60 minutes with Salmonella, MOI 1, 10 or 40.
Number of selected fields was established so as to allow counting a minimum of 150 cells in each condition. Results are shown as mean + SEM for each evaluated
condition. * indicates significant differences between infected and uninfected cells in the same timepoint, *p < 0.05, **p < 0.01, Student T-test. One representative
experiment of 2 independent ones performed.
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151

% bacterial death

0-

LVRO1

LVRO1+DNAse |

FIGURE 6 | Percentage of Salmonella death by METs. Salmonella was co-
cultured for 60 minutes with J774A.1 cells, in presence or absence of DNAse
|. Cells were lysed and bacteria counted. Results are shown as mean + SD
for each evaluated condition (n = 8). *p < 0.05, Student T-test. One
representative experiment of 4 independent ones performed.

constant (bluing one in Movie 1). This last observation rules out
that GFP dimming is due to photobleaching.

We then assessed through time the percentage of MET
releasing cells at different MOIs, ranging from low (1) to high
(40), in order to evaluate whether the process was influenced by
bacterial load. As shown in Figure 5, Salmonella infection
rapidly increases the number of cells undergoing MET release,
irrespective of the multiplicity of infection. Noteworthy, by 10
and 30 minutes the percentage of MET releasing cells is similar,
while by 60 minutes uninfected cells exhibit comparable MET
induction to Salmonella infected cells. This could be explained by
the fact that minimum amount of extracellular material passively
released by uninfected cells (e.g. in case of cell death) is sufficient
to act as a DAMP (damage-associated molecular pattern) that

triggers a proinflammatory cascade that includes cytokines as
IENY or TNFa, both which are known MET inducers (Mohanan
et al., 2013; Wong and Jacobs, 2013). In this way, sterile MET
production could still be induced, amplifying the effect even
when no infection is occuring. Indeed, this hypothesis was
confirmed by the observation of MET release by fresh cells
after the addition of supernatant from another culture, whereas
this event was not observed after substituting supernatant with
fresh medium (Supplementary Figure S1).

Salmonella quantification after MET release revealed that
approximately 10% of the initial inoculum died after 60
minutes of infection (p = 0.0034, Student T-test) (Figure 6).
No bacterial death was observed when DNAse I pretreatment
was applied, suggesting that MET dismantling impairs bacterial
death. Hence, the above mentioned GPF dimming could be
attributed to a decreased GFP active expression by dying
bacteria, most likely due to the action of enzymes present
within the MET. Altogether, these observations reinforce our
hypothesis that MET could trap and kill Salmonella.

Finally, this phenomenon was confirmed in primary
macrophages. MET release was also observed in bone marrow-
derived macrophages infected with Salmonella as for J774A.1
macrophages (30 minutes, MOI 40:1) (Figure 7).

DISCUSSION

Salmonella is a major pathogen that still lacks efficient methods
of control. Understanding the complexity of the immune
response to Salmonella infection shall facilitate the
development of improved vaccines and other tools to control
the burden of Salmonella induced diseases. Here we
demonstrated that MET release is part of this picture and
contributes to killing of extracelullar bacteria. To date, MET
release has been observed in response to many pathogens,
including certain gram negative bacteria such as E. coli, H.
influenzae and K. pneumoniae, amongst others. Hereby, we

represents 10 pm.

FIGURE 7 | Bone marrow derived macrophages infected with Salmonella enterica serovar Typhimurium LVRO1 (40:1). Left panel: Uninfected cells (Control).
Center panel: 30 minutes of infection. Right panel: zoomed-in image from central panel (dashed square). The images are maximum intensity z-projections of all
the slices in the stack in the three channels. In red: membrane, blue: DNA, green: Salmonella. The arrows point out the presence of METs. The scale bar
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reported and characterized for the first time that Salmonella
Typhimurium can induce METs. This event was observed as the
extrusion of extracellular DNA fibers from macrophages, which
are no longer visualized in the presence of DNAse I. The size of
these fibers ranges from 10 to 50 pm approximately, which is in
accordance with the reports of Brinkmann and Doster groups
(Brinkmann et al., 2004; Doster et al., 2018).

The addition of live Salmonella to J774A.1 macrophage
cultures induced METs release within 10 minutes. Our results
are in line with those from Hellenbrand and Mufioz-Caro
groups, which reported MET release triggered by other
pathogens in less than 30 minutes (Hellenbrand et al., 2013;
Munoz-Caro et al, 2014). The original description of NETs
showed a rapid release of extracellular DNA (10 minutes after
stimulation with PMA), but latter reports of the same group have
suggested ETosis could take several hours (Brinkmann et al.,
2004; Fuchs et al., 2007). In this case, one hour after infection,
most macrophages were no longer viable, indicating that MET
formation involves cell death. Nevertheless, it has been described
that in certain circumstances vital ETosis could also occur (Byrd
et al, 2013; Pilsczek et al., 2010; Rochael et al., 2015). The
potential benefit of macrophage suicidal METosis could be
related to Salmonella ability to survive inside them in SCV. In
this way, two complementary functions against Salmonella could
be taking place: to retain and kill extracellular bacteria within
METs and also to avoid invasion and survival of bacteria inside
macrophages, through self-killing. Indeed when infection is
carried out at higher bacterial load (i.e. MOI 100:1), MET
formation is also detected and macrophages are severely
damaged (Figure S2). However, surviving macrophages
contain bacteria trapped inside SCVs (Movie SM2).

Further analysis reveals that Salmonella trapped within these
METs display restricted movement when compared to free
swimming bacteria. In addition, once movement is restricted
due to entrapment within MET bacteria die, as evidenced by GFP
fluorescence dimming. The antimicrobial activity of ETs has
been mostly attributed to enzymes such as elastase or
myeloperoxidase; nevertheless, the antimicrobial effect of
histones themselves has been reported decades ago (Hirsch,
1958), and DNA has been particularly linked to NET
bactericidal activity more recently (Halverson et al., 2015).
Since we did not define the MET composition besides DNA,
we are not able to provide more information about the precise
antimicrobial mechanism against these particular bacteria.
Further studies are needed in order to define the nature of this
new anti-Salmonella phenomenon. Zhao et al. (2018) have
reported that BCA-enhancement of MET release is an efficient
way to eliminate extracellular Salmonella, either in vitro or in
vivo, therefore reinforcing our results that pose this as a
bactericidal mechanism. We noticed a discrete bacterial killing
by MET that could not be explained by phagocytosis, suggesting
that Salmonella-induced METs have effective but limited
antimicrobial capacity. This is in accordance with a previous
report for E. coli, a model enterical pathogen, which proposed a
role for METs on limiting dissemination rather than directly
killing extracellular bacteria (Liu et al, 2014). The potential

physiological role of ET release as an important strategy
against pathogens has been recently reviewed (Ravindran et al.,
2019). Here we show the following sequence of events:
1) Salmonella triggers rapid MET release, 2) bacteria are
trapped within these METs and die, and 3) macrophages die.

Different stimuli have been reported to trigger MET release
[reviewed in (Doster et al., 2018)] while the precise mechanisms
are poorly understood. The particular signals that elicit MET's
formation upon Salmonella infection are still unknown. It has
been described that amyloid fibers trigger NET release (Azevedo
et al., 2012). Salmonella, as other enterobacteria, produces curli
fibers, which are bacterial amyloids. These fibers are potent
inductors of an inflammatory response and are involved in
early stages of cellular aggregates and biofilm formation
(Barnhart and Chapman, 2006). Since LVRO1 is a biofilm
producing strain, it is then possible that Salmonella fimbria
curli could be inducing MET release.

To sum up, we observed for the first time that Salmonella
Typhimurium LVRO1 triggers MET release under experimental
conditions, which subsequently leads to bacterial clearance and
macrophage death. Further studies are needed to fully address
the relevance of this mechanism in immunity against Salmonella
as well as the precise molecular mechanisms involved.
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Supplementary Figure 1 | Sterile MET release evaluation. Confocal microscopy
images of J774A.1 macrophage extracellular trap release at t = 60 minutes post
incubation with supernatant of other culture. Left: Control, J774A.1 cells cultured
with fresh medium. Center: J774A.1 cells post incubation with cell supernatant.
Right: J774A.1 cells cultured with cell supernatant, pre-treated with DNAse |. WGA
staining is shown in red and DNA in blue. The arrows point out MET release. The
scale bar represents 10 pm.

Supplementary Figure 2 | MET release after Salmonelia infection at higher
bacteria load. Salmonella enterica serovar Typhimurium LVRO1 infection of J774A.1
macrophages at t = 10, 30, and 60 minutes post exposition to bacteria at a MOI
100:1. Maximum intensity z-projections are shown for membrane visualization with

REFERENCES

Aulik, N. A., Hellenbrand, K. M., and Czuprynski, C. J. (2012). Mannheimia
Haemolytica and its Leukotoxin Cause Macrophage Extracellular Trap
Formation by Bovine Macrophages. Infect. Immun. 80 (5), 1923-1933. doi:
10.1128/1AL.06120-11

Azevedo, E. P., Guimaraes-Costa, A. B., Torezani, G. S., Braga, C. A, Palhano, F. L,
Kelly, J. W., et al. (2012). Amyloid Fibrils Trigger the Release of Neutrophil
Extracellular Traps (Nets), Causing Fibril Fragmentation by NET-associated
Elastase. J. Biol. Chem. 287 (44), 37206-37218. doi: 10.1074/jbc.M112.369942

Barnhart, M. M., and Chapman, M. R. (2006). Curli Biogenesis and Function. Annu.
Rev. Microbiol. 60, 131-147. doi: 10.1146/annurev.micro.60.080805.142106

Betancor, L., Pereira, M., Martinez, A., Giossa, G., Fookes, M., Flores, K., et al.
(2010). Prevalence of Salmonella Enterica in Poultry and Eggs in Uruguay
During an Epidemic Due to Salmonella Enterica Serovar Enteritidis. J. Clin.
Microbiol. 48 (7), 2413-2423. doi: 10.1128/JCM.02137-09

Bianchi, M., Hakkim, A., Brinkmann, V., Siler, U., Seger, R. A., Zychlinsky, A.,, et al.
(2009). Restoration of NET Formation by Gene Therapy in CGD Controls
Aspergillosis. Blood 114 (13), 2619-2622. doi: 10.1182/blood-2009-05-221606

Bonardi, S., Bruini, I, Magnani, R., Cannistra, N., and Brindani, F. (2017). Low
Prevalence of Salmonella Enterica in Cull Dairy Cattle At Slaughter in
Northern Italy. Ital. J. Food Saf. 6 (1), 6172-6176. doi: 10.4081/ijfs.2017.6172

Brinkmann, V., Reichard, U., Goosmann, C., Fauler, B., Uhlemann, Y., Weiss, D. S.,
et al. (2004). Neutrophil Extracellular Traps Kill Bacteria. Science 303 (5663),
1532-1535. doi: 10.1126/science.1092385

Burton, N. A., Schurmann, N., Casse, O., Steeb, A. K., Claudi, B., Zankl, J, et al.
(2014). Disparate Impact of Oxidative Host Defenses Determines the Fate of
Salmonella During Systemic Infection in Mice. Cell Host Microbe 15 (1), 72-83.
doi: 10.1016/j.chom.2013.12.006

Byrd, A. S., O’Brien, X. M., Johnson, C. M., Lavigne, L. M., Reichner, J. S., et al.
(2013). An Extracellular Matrix-Based Mechanism of Rapid Neutrophil
Extracellular Trap Formation in Response to Candida Albicans. J. Immunol.
190 (8), 4136-4148. doi: 10.4049/jimmunol.1202671

Chabalgoity, J. A., Moreno, M., Carol, H., Dougan, G., and Hormaeche, C. E.
(2000). Salmonella Typhimurium as a Basis for a Live Oral Echinococcus
Granulosus Vaccine. Vaccine 19 (4-5), 460-469. doi: 10.1016/S0264-410X(00)
00197-3

de Buhr, N, Bonilla, M. C., Jimenez-Soto, M., von Kockritz-Blickwede, M., and
Dolz, G. (2018). Extracellular Trap Formation in Response to Trypanosoma

WGA staining (red), DNA (blue), and Salmonella (green). The arrows point out MET
release. The scale bar represents 10 pm.

Movie 1 | (Still image 1). Salmonella retention within MET and subsequent
bacterial death. Confocal microscopy with time-lapse imaging of J774A.1
macrophages infected with Salmonella enterica serovar Typhimurium LVRO1 30
minutes post infection (63X magnification, 1 frame captured every 0.57 seconds,
video rendered at 25 frames/sec). In red: membrane, blue: DNA, green: Salmonella.
The scale bar represents 5 pm.

Movie 2 | (Still image 2). Tracking analysis of Salmonella. Each bacteria was
tracked and represented by a colored dot, with its corresponding trajectory traced
by a line of the same color. Bacteria that were trapped within the MET had a
constrained movement inside the MET area.

Movie SM1 | (Still image movie S1). Salmonella within a MET with a different
look-up table (LUT). Movie 1 was processed so the emission color of channel was
changed to a red/green LUT. High fluorescence intensity values are observed in
green and low intensity values in red. The same LUT was applied for both green and
blue channels (for GFP and DNA, respectively).

Movie SM2 | (Still image movie S2). Saimonella inside Salmonella containing
vacuoles (SCV). Confocal microscopy with time-lapse imaging of J774A.1
macrophages infected with Salmonella enterica serovar Typhimurium LVRO1, MOI
100:1, 30 min post infection (63X magnification, 1 frame captured every 0.49
seconds, video rendered at 5 frames per second). Membrane WGA staining (red),
DNA (blue), and Salmonella (green). The scale bar represents 5 pm.

Cruzi Infection in Granulocytes Isolated From Dogs and Common Opossums,
Natural Reservoir Hosts. Front. Microbiol. 9, 966. doi: 10.3389/
fmicb.2018.00966

Doster, R. S., Rogers, L. M., Gaddy, J. A., and Aronoff, D. M. (2018). Macrophage
Extracellular Traps: A Scoping Review. J. Innate Immun. 10 (1), 3-13. doi:
10.1159/000480373

Fanani, M. L., Hartel, S., Maggio, B., De Tullio, L., Jara, J., Olmos, F., et al. (2010).
The Action of Sphingomyelinase in Lipid Monolayers as Revealed by
Microscopic Image Analysis. Biochim. Biophys. Acta 1798 (7), 1309-1323.
doi: 10.1016/j.bbamem.2010.01.001

Fuchs, T. A., Abed, U., Goosmann, C., Hurwitz, R., Schulze, I., Wahn, V., et al.
(2007). Novel Cell Death Program Leads to Neutrophil Extracellular Traps. J.
Cell Biol. 176 (2), 231-241. doi: 10.1083/jcb.200606027

Gopinath, S., Carden, S., and Monack, D. (2012). Shedding Light on Salmonella
Carriers. Trends Microbiol. 20 (7), 320-327. doi: 10.1016/j.tim.2012.04.004

Halverson, T. W., Wilton, M., Poon, K. K., Petri, B., and Lewenza, S. (2015). DNA
is an Antimicrobial Component of Neutrophil Extracellular Traps. PloS
Pathog. 11 (1), e1004593. doi: 10.1371/journal.ppat.1004593

Hautefort, I, Proenca, M. J., and Hinton, J. C. (2003). Single-Copy Green Fluorescent
Protein Gene Fusions Allow Accurate Measurement of Salmonella Gene Expression
In Vitro and During Infection of Mammalian Cells. Appl. Environ. Microbiol. 69
(12), 7480-7491. doi: 10.1128/ AEM.69.12.7480-7491.2003

Hellenbrand, K. M., Forsythe, K. M., Rivera-Rivas, J. J., Czuprynski, C. J., and
Aulik, N. A. (2013). Histophilus Somni Causes Extracellular Trap Formation
by Bovine Neutrophils and Macrophages. Microb. Pathog. 54, 67-75. doi:
10.1016/j.micpath.2012.09.007

Hirsch, J. G. (1958). Bactericidal Action of Histone. J. Exp. Med. 108 (6), 925-944.
doi: 10.1084/jem.108.6.925

Liu, P., Wu, X,, Liao, C., Liu, X., Du, J., Shi, H., et al. (2014). Escherichia Coli and
Candida Albicans Induced Macrophage Extracellular Trap-Like Structures
With Limited Microbicidal Activity. PloS One 9 (2), €90042. doi: 10.1371/
journal.pone.0090042

Majowicz, S. E., Musto, J., Scallan, E., Angulo, F. J., Kirk, M., O'Brien, S. J., et al.
(2010). The Global Burden of Nontyphoidal Salmonella Gastroenteritis. Clin.
Infect. Dis. 50 (6), 882-889. doi: 10.1086/650733

Mohanan, S., Horibata, S., McElwee, J. L., Dannenberg, A. J., and Coonrod, S. A.
(2013). Identification of Macrophage Extracellular Trap-Like Structures in
Mammary Gland Adipose Tissue: A Preliminary Study. Front. Immunol. 4, 67.
doi: 10.3389/fimmu.2013.00067

Frontiers in Cellular and Infection Microbiology | www.frontiersin.org

April 2021 | Volume 11 | Article 639768


https://www.frontiersin.org/articles/10.3389/fcimb.2021.639768/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fcimb.2021.639768/full#supplementary-material
https://doi.org/10.1128/IAI.06120-11
https://doi.org/10.1074/jbc.M112.369942
https://doi.org/10.1146/annurev.micro.60.080805.142106
https://doi.org/10.1128/JCM.02137-09
https://doi.org/10.1182/blood-2009-05-221606
https://doi.org/10.4081/ijfs.2017.6172
https://doi.org/10.1126/science.1092385
https://doi.org/10.1016/j.chom.2013.12.006
https://doi.org/10.4049/jimmunol.1202671
https://doi.org/10.1016/S0264-410X(00)00197-3
https://doi.org/10.1016/S0264-410X(00)00197-3
https://doi.org/10.3389/fmicb.2018.00966
https://doi.org/10.3389/fmicb.2018.00966
https://doi.org/10.1159/000480373
https://doi.org/10.1016/j.bbamem.2010.01.001
https://doi.org/10.1083/jcb.200606027
https://doi.org/10.1016/j.tim.2012.04.004
https://doi.org/10.1371/journal.ppat.1004593
https://doi.org/10.1128/AEM.69.12.7480-7491.2003
https://doi.org/10.1016/j.micpath.2012.09.007
https://doi.org/10.1084/jem.108.6.925
https://doi.org/10.1371/journal.pone.0090042
https://doi.org/10.1371/journal.pone.0090042
https://doi.org/10.1086/650733
https://doi.org/10.3389/fimmu.2013.00067
https://www.frontiersin.org/journals/cellular-and-infection-microbiology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology#articles

Mbnaco et al.

Salmonella Triggers MET Release

Munoz-Caro, T., Silva, L. M., Ritter, C., Taubert, A., and Hermosilla, C. (2014).
Besnoitia Besnoiti Tachyzoites Induce Monocyte Extracellular Trap
Formation. Parasitol. Res. 113 (11), 4189-4197. doi: 10.1007/s00436-014-
4094-3

Pham, O. H., and McSorley, S. J. (2015). Protective Host Immune Responses to
Salmonella Infection. Future Microbiol. 10 (1), 101-110. doi: 10.2217/
fmb.14.98

Pieper, J., Locke, M., Ruzaike, G., Voigt, S., Methner, U., and Berndt, A. (2017). In
Vitro and In Vivo Generation of Heterophil Extracellular Traps After
Salmonella Exposure. Vet. Immunol. Immunopathol. 188, 1-11. doi: 10.1016/
j.vetimm.2017.04.008

Pilsczek, F. H., Salina, D., Poon, K. K., Fahey, C., Yipp, B. G,, Sibley, C. D,, et al.
(2010). A Novel Mechanism of Rapid Nuclear Neutrophil Extracellular Trap
Formation in Response to Staphylococcus Aureus. J. Immunol. 185 (12), 7413-
7425. doi: 10.4049/jimmunol.1000675

Ravindran, M., Khan, M. A., and Palaniyar, N. (2019). Neutrophil Extracellular
Trap Formation: Physiology, Pathology, and Pharmacology. Biomolecules 9,
(8). doi: 10.3390/biom9080365

Rochael, N. C., Guimaraes-Costa, A. B., Nascimento, M. T., DeSouza-Vieira, T. S.,
Oliveira, M. P., Garcia e Souza, L. F., et al. (2015). Classical ROS-dependent
and Early/Rapid ROS-independent Release of Neutrophil Extracellular Traps
Triggered by Leishmania Parasites. Sci. Rep. 5, 18302. doi: 10.1038/srep18302

Royle, M. C,, Totemeyer, S., Alldridge, L. C., Maskell, D. J., and Bryant, C. E. (2003).
Stimulation of Toll-like Receptor 4 by Lipopolysaccharide During Cellular Invasion
by Live Salmonella Typhimurium is a Critical But Not Exclusive Event Leading to
Macrophage Responses. J. Immunol. 170 (11), 5445-5454. doi: 10.4049/
jimmunol.170.11.5445

Saitoh, T., Komano, J., Saitoh, Y., Misawa, T., Takahama, M., Kozaki, T., et al.
(2012). Neutrophil Extracellular Traps Mediate a Host Defense Response to
Human Immunodeficiency Virus-1. Cell Host Microbe 12 (1), 109-116. doi:
10.1016/j.chom.2012.05.015

Schindelin, J., Arganda-Carreras, I, Frise, E., Kaynig, V., Longair, M., Pietzsch, T.,
et al. (2012). Fiji: An Open-Source Platform for Biological-Image Analysis. Nat.
Methods 9 (7), 676-682. doi: 10.1038/nmeth.2019

Shea, J. E., Hensel, M., Gleeson, C., and Holden, D. W. (1996). Identification of a
Virulence Locus Encoding a Second Type III Secretion System in Salmonella

Typhimurium. Proc. Natl. Acad. Sci. U. S. A. 93 (6), 2593-2597. doi: 10.1073/
pnas.93.6.2593

Tinevez, . Y., Perry, N., Schindelin, J., Hoopes, G. M., Reynolds, G. D., Laplantine,
E. et al. (2017). Trackmate: An Open and Extensible Platform for Single-
Particle Tracking. Methods 115, 80-90. doi: 10.1016/j.ymeth.2016.09.016

Urban, C. F,, Reichard, U., Brinkmann, V., and Zychlinsky, A.. (2006). Neutrophil
Extracellular Traps Capture and Kill Candida Albicans Yeast and Hyphal
Forms. Cell Microbiol. 8 (4), 668-676. doi: 10.1111/j.1462-5822.2005.00659.x

Webster, S. J., Daigneault, M., Bewley, M. A., Preston, J. A., Marriott, H. M.,
Walmsley, S. R., et al. (2010). Distinct Cell Death Programs in Monocytes
Regulate Innate Responses Following Challenge With Common Causes of
Invasive Bacterial Disease. J. Immunol. 185 (5), 2968-2979. doi: 10.4049/
jimmunol.1000805

Wong, K. W, and Jacobs, W. R. Jr. (2013). Mycobacterium Tuberculosis Exploits
Human Interferon Gamma to Stimulate Macrophage Extracellular Trap
Formation and Necrosis. J. Infect. Dis. 208 (1), 109-119. doi: 10.1093/infdis/
jit097

Xu, C., and Prince, J. L. (1998). Snakes, Shapes, and Gradient Vector Flow. IEEE
Trans. Image Process. 7 (3), 359-369. doi: 10.1109/83.661186

Zhao, X., Tang, X., Guo, N., An, Y., Chen, X,, Shi, C,, et al. (2018). Biochanin a
Enhances the Defense Against Salmonella Enterica Infection Through AMPK/
ULK1/mTOR-Mediated Autophagy and Extracellular Traps and Reversing
Spi-1-Dependent Macrophage (Mphi) M2 Polarization. Front. Cell Infect.
Microbiol. 8, 318. doi: 10.3389/fcimb.2018.00318

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2021 Monaco, Canales-Huerta, Jara-Wilde, Hirtel, Chabalgoity,
Moreno and Scavone. This is an open-access article distributed under the terms of
the Creative Commons Attribution License (CC BY). The use, distribution or
reproduction in other forums is permitted, provided the original author(s) and the
copyright owner(s) are credited and that the original publication in this journal is
cited, in accordance with accepted academic practice. No use, distribution or
reproduction is permitted which does not comply with these terms.

Frontiers in Cellular and Infection Microbiology | www.frontiersin.org

April 2021 | Volume 11 | Article 639768


https://doi.org/10.1007/s00436-014-4094-3
https://doi.org/10.1007/s00436-014-4094-3
https://doi.org/10.2217/fmb.14.98
https://doi.org/10.2217/fmb.14.98
https://doi.org/10.1016/j.vetimm.2017.04.008
https://doi.org/10.1016/j.vetimm.2017.04.008
https://doi.org/10.4049/jimmunol.1000675
https://doi.org/10.3390/biom9080365
https://doi.org/10.1038/srep18302
https://doi.org/10.4049/jimmunol.170.11.5445
https://doi.org/10.4049/jimmunol.170.11.5445
https://doi.org/10.1016/j.chom.2012.05.015
https://doi.org/10.1038/nmeth.2019
https://doi.org/10.1073/pnas.93.6.2593
https://doi.org/10.1073/pnas.93.6.2593
https://doi.org/10.1016/j.ymeth.2016.09.016
https://doi.org/10.1111/j.1462-5822.2005.00659.x
https://doi.org/10.4049/jimmunol.1000805
https://doi.org/10.4049/jimmunol.1000805
https://doi.org/10.1093/infdis/jit097
https://doi.org/10.1093/infdis/jit097
https://doi.org/10.1109/83.661186
https://doi.org/10.3389/fcimb.2018.00318
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology#articles

	Salmonella Typhimurium Triggers Extracellular Traps Release in Murine Macrophages
	Introduction
	Materials and Methods
	Bacterial Strains and Cell Lines
	Macrophage Culture and Infection
	Staining, Confocal Microscopy Image Acquisition and Processing
	DNA Quantification
	Statistical Analysis

	Results
	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages false
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages false
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages false
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


