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Infection and inflammation can augment local Na* abundance. These increases in local
Na* levels boost proinflammatory and antimicrobial macrophage activity and can favor
polarization of T cells towards a proinflammatory Th17 phenotype. Although neutrophils
play an important role in fighting intruding invaders, the impact of increased Na* on the
antimicrobial activity of neutrophils remains elusive. Here we show that, in neutrophils,
increases in Na* (high salt, HS) impair the ability of human and murine neutrophils to
eliminate Escherichia coli and Staphylococcus aureus. High salt caused reduced
spontaneous movement, degranulation and impaired production of reactive oxygen
species (ROS) while leaving neutrophil viability unchanged. High salt enhanced the
activity of the p38 mitogen-activated protein kinase (p38/MAPK) and increased the
interleukin (IL)-8 release in a p38/MAPK-dependent manner. Whereas inhibition of p38/
MAPK did not result in improved neutrophil defense, pharmacological blockade of the
phagocyte oxidase (PHOX) or its genetic ablation mimicked the impaired antimicrobial
activity detected under high salt conditions. Stimulation of neutrophils with phorbol-12-
myristate-13-acetate (PMA) overcame high salt-induced impairment in ROS production
and restored antimicrobial activity of neutrophils. Hence, we conclude that high salt-
impaired PHOX activity results in diminished antimicrobial activity. Our findings suggest
that increases in local Na* represent an ionic checkpoint that prevents excessive ROS
production of neutrophils, which decreases their antimicrobial potential and could
potentially curtail ROS-mediated tissue damage.
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INTRODUCTION

High salt diets (1, 2), renal impairment (3-6), inflammation, and
infection (7-11) can induce Na* accumulation in skin tissues
that can be simulated by addition of approximately 40 mM NaCl
to standard cell culture media (= high salt condition, HS) (2, 8,
12, 13). In addition to skin, other organs such as liver, spleen and
thymus can display enhanced Na' levels [reviewed in: (14)].
Although the mechanisms that govern local Na" accumulation
are still elusive [reviewed in: (14)], it became clear in the last
years that these increases in Na" and other ions impact the
biology of various immune cells [reviewed in: (14-19)] and serve
as ‘lonic checkpoints’ (20) in immunity.

Increases in Na" favor the polarization of T cells towards an
inflammatory Th17 phenotype (10, 21-23). In macrophages, HS in
combination with inflammatory stimuli leads to enhanced pro-
inflammatory activation and increased antimicrobial capacity (8,
12, 13, 24, 25), while limiting their regulatory features (26-29).
Mechanistically, this HS-boosted proinflammatory macrophage
activation requires osmoprotective signaling involving the mitogen-
activated protein kinase (MAPK) p38 and the transcription factor
‘nuclear factor of activated T cells 5° (NFAT5/TonEBP), an emerging
modulator in immunity [reviewed in: (30, 31)]. This signaling circuit
is crucial in renal defenses against uropathogenic Escherichia coli
[UPEC, (32)] under regular diet conditions as well as in cutaneous
macrophage-driven antimicrobial responses against the protozoan
parasite Leishmania major under experimental HS diet (8).

Effects of HS on polymorphonuclear leukocytes (PMN) are
less clear. PMN are promptly recruited to the site of infection and
contribute to warding off pathogens [reviewed in: (33)] but also
to pathology [reviewed in: (34)]. Several studies reveal that HS
can boost PMN activity (35-37), whereas other results indicate
impairment in inflammatory activity and activation of PMN
(35, 38-45). In line with the disparate findings regarding the
impact of HS on neutrophil activation, the effects of HS on
antibacterial capacity of PMN are not fully understood. Increases
in extracellular Na* either impair (46, 47), augment (36) or do
not affect the antimicrobial activity of neutrophils (25).
Moreover, the underlying mechanisms contributing to these
divergent outcomes remain elusive.

Here, we show that HS diminishes the antimicrobial activity
of human and murine PMN against E. coli. Mechanistically,
reduced bactericidal activity is due to impairment of the
neutrophil enzyme nicotinamide adenine dinucleotide
phosphate (NADPH) oxidase (PHOX) and subsequently
reduced ROS production.

MATERIAL AND METHODS

Reagents and Antibodies

NaCl was purchased from Merck. E. coli (HB101 laboratory
strain) (48) and E. coli-GFP harboring pWRG167 (12) were
kept on Mueller Hinton agar II plates. S. aureus (ATCC 29213)
was kept on Columbia sheep blood plus agar plates. Bacterial
overnight liquid cultures were generated in LB media. All in vitro

experiments were performed in RPMI media (Gibco;
# 618700044) containing 10% fetal calf serum (FCS; Sigma,
#F7524). We purchased phorbol-12-myristate-13-acetate
(PMA; #P1585), N-formylmethionyl-leucyl-phenylalanine
(fMLP; #F3506), and diphenyleneiodonium chloride (DPI;
#D2926) from Sigma and SB203580 (#tlrl-sb20) from
Invivogen. For western blotting, we used rabbit-anti-phospho-
p38 mouse (Cell Signaling Technology, #4511S) and mouse-anti-
Vinculin (BioRad, #V284) primary antibodies. As secondary
antibody, we used HRP-conjugated swine-anti-rabbit and goat-
anti-mouse antibodies (Dako). For flow cytometry, we stained
cells using Brilliant violet 421 anti-human CD62L (BioLegend,
#304828), APC anti-human CD11b (BioLegend, #301350),
Pacific-Blue anti-human CD66b (BioLegend, #305112), PE
anti-human CD35 (BioLegend, #333406) antibodies. For
confocal microscopy, we used the rabbit-anti-myeloperoxidase
(Agilent, #A039829-2) primary antibody, the donkey-anti-
rabbit-Cy5 conjugated (Dianova, #711-606-152) secondary
antibody and the Phalloidin AF-647 (Thermo Fisher,
#A22287) marker.

PMN Isolation and Infection

We obtained peripheral blood from healthy donors and
employed established standard procedures (49-51) in order to
isolate PMN from peripheral blood by density gradient
centrifugation using Lymphoflot (Bio-Rad, #824012). After
hypotonic lysis of erythrocytes, the remaining PMN were
adjusted to 250 000 cells per well and incubated for 1 h at 37°C,
5% CO, in 24-well plates. If DPI was used, 3 pM of DPI was
added 30 min prior to stimulation. Subsequently, 40 mM NaCl
(= high salt, HS) or mannitol was added where indicated.
Together with the standard cell culture media conditions
(= normal salt, NS), they were additionally incubated for 1 h.
Cells were infected with E. coli at a multiplicity of 1 (MOI 1) and
centrifuged to synchronize the infection. For infection with
S. aureus (MOI 1), bacteria were opsonized with 20% human
serum AB male (Biowest). Where indicated, 10 ng/ml PMA was
added at this stage. Infection was terminated after 1 h - 1.5 h by
addition of 400 ul cold PBS. Subsequently, serial dilutions were
generated and plated on Mueller Hinton agar II plates. After
overnight incubation, colony forming units (CFU) were counted
and normalized to the mean of the respective NS group.

PBMC Isolation and Infection

We obtained peripheral blood from healthy donors and isolated
peripheral blood mononuclear cells (PBMC) by density gradient
centrifugation using Lymphoflot (Bio-Rad). PBMC were washed
twice with PBS and adjusted to 250 000 cells per well in 24-well
plates. PBMC infection was performed as described previously in
murine macrophages (12). Briefly, cells were infected with E. coli
(MOI 100) and subjected to gentamicin protection assays. After
2 h of infection, cells were lysed with PBS containing 0.1%
Triton-X (PanReac AppliChem, #9036-19-5) and 0.05% Tween-
80 (Sigma, #8.22187.0500) and serial dilutions were plated on
Mueller Hinton agar II plates. CFU were counted and
normalized to the mean of the respective NS group.
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Murine Granulocyte Isolation and Infection
We obtained femurs and tibiae from C57BL/6 wildtype (WT)
and Cybb”" mice (including the respective controls) (52) and
flushed the bone marrow using microlances (13 gauge, BD) and
syringes (BD). Erythrocyte lysis was performed using ACK buffer
(0.1 mM EDTA, 10 mM KHCOj3, 150 mM NH,CI, pH 7.3-7.5 in
H,044) for 10 min at room temperature. Subsequently, cells were
washed and passed through a 100 um cell strainer, before they
were resuspended in MACS buffer (0.5% BSA, 2 mM EDTA, pH
7.2 in PBS). We purified neutrophils by negative magnetic
selection using the ‘Neutrophil isolation Kit’ (Miltenyi Biotec,
#130-097-658) according to the manufacturer’s instructions.
Infection of murine granulocytes was performed as described
above but with MOI 0.1.

BMDM Generation and Infection

Bone marrow-derived macrophages (BMDM) were generated in
Teflon-bags using 1929 supernatant as described earlier (53).
Infection experiments (MOI 100) were performed as described
above or previously (12).

Peritoneal Cell Purification and Infection
We induced a sterile inflammatory response by injecting
thioglycollate (Sigma, #B2551) in the peritoneal cavity (54, 55).
PMN were isolated with cold PBS from the peritoneum one day
after injection. Erythrocyte lysis was performed using ACK
buffer for 10 min at room temperature. Subsequently, cells
were washed and PMN infection experiments were performed
as described earlier. 4 days after induction of peritoneal
inflammation by injection of thioglycollate, peritoneal
macrophages (pM®) were obtained essentially as described
earlier (56, 57). After 10 min of erythrocyte lysis using ACK
buffer at room temperature, peritoneal cells were washed, seeded
and incubated for 1-2 h before we eliminated nonadherent cells
by washing. Then macrophage infection experiments were
performed as described previously (12).

Immunofluorescence Microscopy

PMN were isolated as described above and seeded on gelatin/
fibronectin (Sigma, #F1141) pre-coated coverslips. After 2 h of
incubation, cells were infected as described earlier, but with E.
coli-GFP (MOI 1). 1 h post infection, cells were fixed with 4%
PFA (Sigma, #1.04003.1000; diluted in PBS) overnight. The next
day, cells were permeabilized (PBS with 2% BSA and 0.1%
Saponin) and stained with anti-Phalloidin AF-647 antibody for
1 h, followed by 30 min incubation with the secondary antibody
and subsequent mounting of the slides with Prolong Gold
containing DAPI (Invitrogen, #P36931). Images were collected
with a Leica TCS SP5 confocal laser scanning microscope and
processed using the Leica Application Suite (version 2.7.3.9723).
Bacterial load was analyzed in Fiji (58).

Analysis of Neutrophil Extracellular Traps

Formation of neutrophil extracellular traps (NET's) was analyzed
via confocal microscopy, as described elsewhere (59) with minor
modifications. PMN were isolated and seeded on gelatin/
fibronectin pre-coated coverslips. Subsequently, 40 mM NaCl

was added to the HS conditions and, together with the NS
conditions, cells were additionally incubated for 1 h. Then,
cells were infected as described above, but with MOI 10, and
further incubated for 1 or 4 h. Infection was terminated and cells
were fixed with 4% PFA overnight. The next day, cells were
blocked in PBS containing 10% FCS and stained with anti-
myeloperoxidase (MPO) antibody for 1 h, followed by 30 min
incubation with the secondary antibody and subsequent
mounting of the slides as described above. Images were
collected with a Leica TCS SP5 confocal laser scanning
microscope and processed using the Leica Application Suite
(version 2.7.3.9723). Analysis of NET formation was
performed by Fiji (58), calculating the ratio of MPO-positive
(NET marker) and DAPI-positive (cellular DNA) signal in
each condition.

Cytokine Release Measurements

PMN were isolated and infected as described above. In these
experiments, supernatants were kept and analyzed by Luminex®
(Austin, USA) for quantification of bactericidal/permeability
increasing protein (BPI) and IL-8 as described earlier (60, 61).
Mean fluorescence intensities (MFI) were acquired using the
Luminex xMAP 100 system (Luminex Corp).

Cell Viability Assays

Cell viability was assessed by Annexin V (BD Biosciences,
#550475)/Propidium iodide (PI, Sigma-Aldrich, P4864)
staining. PMN were isolated and infected as described above.
Then, cells were washed and stained with Annexin V/PI,
according to ‘BD Biosciences’ protocol. In detail, PMN were
washed with cold PBS, adjusted to 10° cells/ml in 1x Binding
Buffer (10x, BD Biosciences, #556 454) and stained for 15 min.
Analysis was performed using a FACS Canto II flow cytometer
(BD). MFI were calculated by Flow]Jo software (version 10).

Western Blotting

For analysis of pp38 abundance, PMN were lysed in RIPA buffer
(25 mM sodium deoxycholate, 1% SDS, 0.4% EDTA, 10 mM
NaF, 1% NP 40 in H,044) containing complete protease
inhibitors (Roche, #1183617001) and PhosphoStop (Roche,
#04906837001). After homogenization, proteins were separated
on a 13% polyacrylamide gel and subsequently blotted on PVDF
membranes (Merck, IPFL 00010). Images were acquired using
Luminata Forte HRP substrate (Millipore, # WBLUF0500) on a
Chemo Star imager (Intas).

Mobility Assays

For the detection of spontaneous (undirected) movement, PMN
were isolated as described above and seeded in 8-well IBIDI live
cell chamber slides (200 000 cells per well). Chambers were
incubated at 37°C, 5% CO, for 1 h. Subsequently, 40 mM NaCl
was added where indicated (= high salt, HS). After 1 h of
additional incubation, cells were infected with E. coli at a
multiplicity of 1 (MOI 1) and 10 ng/ml PMA was added where
indicated. The chamber was immediately placed on a Leica SP5
confocal laser scanning microscope in a pre-heated (37°C)
environment. Prior to and during the measurement,
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temperature was controlled by ‘The cube’ (Life Imaging
Services), keeping the cell environment at 37°C. Cells were
recorded for 30 min by acquiring pictures in 10 s intervals.
Assessment of cell mobility was performed by Fiji plugin ‘manual
cell tracker’ analyzing 19-20 cells per video which showed at least
a minimal movement. PMN migration was not given in pm but
in arbitrary units (a. u.) since our experimental setup does not
allow for reliable detection of cell movement in the z-axis.

Direct PMN migration towards fMLP was analyzed with the
QCM Chemotaxis Cell Migration Assay (Sigma, #ECM504)
according to the manufacturers’ instructions. Briefly, PMN
were isolated as described above and seeded in 24-well plates
(500 000 cells per well) in serum-free medium. After 30 min
incubation at 37°C, 5% CO,, 40 mM NaCl was added where
indicated and cells were incubated further for 1 h. Subsequently,
PMN were washed twice in RPMI medium containing 0.5% BSA
and adjusted to 10° cells/ml. Based on the Boyden chamber assay
principle (62, 63), 250 pl cell suspension were added into each
insert and 300 pl serum-free media + 1 uM fMLP were added
into the lower chamber. HS was added where indicated to each
insert and lower chamber. The plate was incubated for 4 h at 37°C,
5% CO,, then the inserts were removed and 200 pl cell suspension
with migrated cells was transferred from the lower chamber to a
96-well plate. 20 pl of WST-1 dye solution was added to each well
and PMN were incubated for 2 h before fluorescence was
measured using a microplate reader (Bio-Rad).

Quantification of Reactive Oxygen Species
We used luminol-enhanced chemiluminescence for ROS
quantification as described earlier (49). PMN were isolated as
described above, seeded in 24-well plates (250 000 cells per well)
and incubated for 30 min at 37°C, 5% CO,. Subsequently, where
indicated, cells were treated with 3 uM DPI for additional 30
min. After that incubation period, 40 mM NaCl was added to the
media and incubated for additional 1 h. Following this step, cells
were transferred into FACS tubes, washed and resuspended in
HBSS containing luminol (Sigma, #A8511) + 40 mM NaCl and
incubated for additional 15 min at 37°C, 5% CO,. ROS formation
was induced upon stimulation with 1 uM fMLP and the
measurement of ROS production using a Lumat® LB 9507
Tube Luminometer (Berthold Technologies) was started (2 s
interval). Where indicated, 10 ng/ml PMA was added
simultaneously with fMLP.

Flow Cytometry

After PMN isolation, 250 000 cells per well were seeded in 24-
well plates and incubated at 37°C, 5% CO, for 1 h. 40 mM NaCl
was added to the HS condition and cells were incubated again for
1 h. Cells were subsequently infected with E. coli (MOI 1) for 1 h.
Infection was stopped by addition of 500 pl cold PBS. Media
including cells and bacteria were transferred into FACS tubes
and centrifuged. Cells were resuspended in 500 ul FACS buffer
(PBS containing FCS, EDTA and NaNj3) and stained either with
anti-CD35 (also known as complement receptor type 1, CR1)
and anti-CD66b (carcinoembryonic antigen-related cell
adhesion molecule 8, CEACAMS) or with anti-CDI11b
(complement receptor type 3, CR3) and anti-CD62L

(L-Selectin) antibodies for 30 min at 4°C, respectively. Cells
were washed and resuspended in 200 pl FACS buffer and
recorded using a FACS Canto II flow cytometer (BD). MFI
were calculated by FlowJo software (version 10).

Statistics

All data are presented as means + standard error of mean (s.e.m.)
unless indicated otherwise. In all experiments (unless indicated
otherwise), ‘n’ denotes separate wells from at least two
independent experiments. Graphs and statistics were carried
out by GraphPad Prism (v.6.0 or 8.0). In IL-8 quantifications
and Boyden chamber assays, we used ROUT to identify outliers.
Data was analyzed regarding normal distribution using the
Kolmogorov-Smirnov test and compared by Student’s two-
tailed t tests with Welch’s correction (for normally distributed
data sets) or Mann-Whitney U tests (for non-normally
distributed data sets), respectively. When two or more groups
were compared, normally distributed data sets were analyzed by
one-way ANOVA with Bonferroni’s multiple-comparison test,
whereas the Kruskal-Wallis test with subsequent Dunn multiple-
comparison test was used for non-normally distributed data.
Area under the curve (AUC) calculations were carried out with
the AUC tool of GraphPad Prism (v.6.0 or 8.0), as described
earlier by Gagnon et al. (64). We considered p-values < 0.05 as
statistically significant (*).

RESULTS

High Extracellular Na* Impairs
Antibacterial Activity of Murine

and Human Neutrophils

As demonstrated earlier (8, 12, 13, 65), addition of 40 mM NaCl
to standard cell culture media (= high salt, HS) increased the
antimicrobial activity of murine BMDM against E. coli
(Figure 1A). In contrast, however, HS conditions impaired the
antibacterial activity of bone marrow-derived murine
neutrophils (BMN) (Figure 1B). Likewise, HS boosted
antimicrobial activity of murine peritoneal macrophages
(pM®; Figure 1C) and diminished the bactericidal activity of
murine peritoneal elicited neutrophils (pPMN; Figure 1D). In
accordance with these findings obtained from murine cells, HS
augmented the antibacterial activity of human peripheral blood
mononuclear cells (PBMC; Figure 1E) and, again, decreased the
antibacterial activity of human PMN isolated from peripheral
blood (Figure 1F). Moreover, HS not only impaired PMN
clearance of E. coli, but also of Gram-positive S. aureus
(Figure 1G). Of note, increases of osmolality and tonicity
using mannitol did not impair the antibacterial activity of
human PMN directed against E. coli or S. aureus (Figure S1).
Annexin V/propidium iodide (PI) stainings of uninfected and
infected PMN revealed no differences in the fraction of viable
(Annexin V7/PI') cells between NS or HS conditions
(Figure 1H), suggesting that HS did not affect the cellular
viability. In line with this, confocal microscopy revealed more
GFP-labelled E. coli in infected PMN under HS conditions
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(Figure 1I). This indicates that, in contrast to macrophages, HS
impairs the antibacterial activity of murine and human PMN.

HS Exposure Impairs Neutrophil Mobility
and Activation
In a next step, we investigated if the suppressive effect of HS is
limited to their antimicrobial capacity or whether HS impairs
additional PMN functions. For that purpose, we analyzed the
expression of well-established cell surface markers to
characterize neutrophil degranulation and activation status
(66-70), which had been shown to be modified under HS
conditions (40, 41, 43). HS interfered with the surface
expression of CD35 (Figure 2A) and CD66b (Figure 2B),
which are both markers for PMN degranulation (66, 67, 71,
72). This resulted in a reduced frequency of degranulated PMN
under HS conditions (Figure S2). In line with this, HS conditions
reduced the release of bactericidal/permeability increasing
protein (BPI; Figure 2C), which is stored in primary
(azurophilic) granules (73). HS conditions additionally
diminished the expression of the complement receptor 3 (CR3,
CD11b, Figure 2D), which is linked to PMN activation (68, 70,
74, 75). Moreover, HS-treated PMN displayed a higher surface
expression of CD62L (Figure 2E; L-selectin), whose expression
inversely correlates with the activation and migratory potential
of PMN (76).

To analyze the impact of HS on the spontaneous movement
capacity of PMN, we monitored the migratory trajectories of
PMN using live cell imaging. Visualization and quantification of

o
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©
=3

-]
o

B
=)

n
(=)

E. coli-GFP-positive cells [%]

FIGURE 1 | High salt impairs bacterial killing of neutrophils. Antibacterial activity of (A) murine bone marrow-derived macrophages (BMDM; means + s.e.m.; n = 15-
16; Mann-Whitney test; *p < 0.05), (B) murine bone marrow-derived neutrophils (BMN; means + s.e.m.; n = 12; Mann-Whitney test; *p < 0.05), (C) murine peritoneal
macrophages (pM®; means + s.e.m.; n = 20; Student’s t test; *p < 0.05), (D) murine peritoneal neutrophils ()PMN; means + s.e.m.; n = 15; Student’s t test with
Welch'’s correction; *p < 0.05), (E) human peripheral blood mononuclear cells (PBMC; means + s.e.m.; n = 16; Student’s t test; *p < 0.05) and (F) human peripheral
blood neutrophils (PMN, means + s.e.m.; n = 14; Student’s t test with Welch’s correction; *p < 0.05) infected with E. coli under NS or HS (NS + 40 mM NaCl)
conditions. (G) Antibacterial activity of PMN infected with S. aureus (means + s.e.m.; n = 24; Mann-Whitney test; *p < 0.05). (H) Cell viability by Annexin/PI staining in
uninfected (Ctrl) and E.coli-infected PMNs (means + s.e.m.; n = 5; Student’s t test and Mann-Whitney test; n.s., not significant; *p < 0.05). (I) Infection rate in PMN

1 h after E. coli-infection; Bacterial load under NS or HS conditions, intracellular bacteria marked by arrowheads. A representative image out of three independent
experiments is displayed. E. coli-GFP, green; Phalloidin, red; DAPI (DNA), blue. Scale bar: 50 pm (means + s.e.m.; n = 15; Mann-Whitney test; *p < 0.05).

the migrated distance over 30 min revealed that HS conditions
compromised the spontaneous movement of PMN (Figure 2F).
Next, we performed Boyden chamber assays (62). In line with
our previous findings, we found less spontaneous transmigration
of HS-exposed PMN in the absence of a chemoattractant
stimulus into the lower chamber. Interestingly, HS conditions
did not impair the directed movement of PMN towards N-
formylmethionyl-leucyl-phenylalanine (fMLP; Figure 2G)
which is an established chemoattractant and proinflammatory
activator of PMN (77-82). Taken together, these findings
demonstrate that HS conditions not only interfere with the
antimicrobial activity, but also diminish the overall activation
status and spontaneous migratory capacity of PMN.

Elevated Extracellular Na* Levels Diminish
ROS Production in Neutrophils

Next, we set out to identify how HS alters the antimicrobial
effector function of PMN. Neutrophils can trap and kill bacteria
within neutrophil extracellular traps (NETs) [reviewed in: (83,
84)]. NETs are composed of neutrophil-derived cellular DNA,
which serves as a scaffold for antimicrobial granule proteins
such as the myeloperoxidase (MPO) (85). Extracellular MPO
abundance can be used as a measure of NET formation (86). By
confocal microscopy, we quantified extracellular MPO levels in
infected PMN. In line with earlier findings (87), we did not detect
NET formation at early time points (Figure 3A) under NS and
HS conditions, while there was robust NET formation at 4 h after
infection which was independent of extracellular Na* levels
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FIGURE 2 | High salt diminishes cell activation and migration. (A, B) Flow cytometry analysis of surface expression of CD35 and CD66b on infected PMN 1 h post
infection (means + s.e.m.; n = 10; Student’s t test with Welch’s correction and Mann-Whitney test; *p < 0.05). (C) Extracellular bactericidal/permeability increasing
protein (BPI) levels of control and infected (E. coli) PMN under NS or HS conditions (means + s.e.m, n = 10-15; Mann-Whitney test; n.s., not significant; *p < 0.05).
(D, E) As (A, B), but surface expression of CD11b and CD62L was analyzed (means + s.e.m.; n = 10; Student’s t test with Welch’s correction and Mann-Whitney test;
*p < 0.05). (F) Spontaneous movement of PMN [given in arbitrary units (a. u.)] upon E. coli-infection under NS or HS conditions. Scale bar: 50 pm (means + s.e.m.; n =
40; each dot represents individual cell traces from two independent experiments; Mann-Whitney test; *p < 0.05). (G) Spontaneous and directed movement towards fMLP
of PMN measured by Boyden chamber assays (means + s.e.m.; n = 15-17; Student’s t test and Mann-Whitney test; n.s., not significant; *p < 0.05).

(Figure 3B). Hence, we conclude that HS conditions did not  the phosphorylation of p38/MAPK in neutrophils (Figure 3C).

affect NET-dependent antimicrobial activity of PMN.

In macrophages and PMN, exposure to HS augments the
activation of the osmoprotective p38/MAPK signaling pathway
(8, 35). In accordance to these reports, we found that HS enhanced

HS-boosted p38/MAPK was linked to IL-8 release in PBMC (88).
In line with this, we found that HS increased the IL-8 release from
PMN (Figure 3D). Since p38/MAPK was required for HS-boosted
antimicrobial function in macrophages (8, 12), we wanted to
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FIGURE 3 | Elevated Na* decreases ROS production, independent of NET formation or p38/MAPK signaling. (A, B) Staining of extracellular myeloperoxidase (MPO)
(A) 1 hor (B) 4 h after E. coli-infection of PMN. A representative image out of three independent experiments is displayed. MPO, red; DAPI (DNA), blue. Scale bar:
50 pum. Gray value analysis of MPO positive NETs (means + s.e.m.; n = 16; each dot represents an individual confocal image from three independent experiments;
Student’s t test; n.s., not significant). (C) Representative phospho-p38/MAPK and vinculin immunoblot of PMN 30 min after E. coli infection out of three independent
experiments. (D) IL-8 in the supernatant of control and infected PMN under NS or HS conditions + p38-inhibitor SB203580 (means + s.e.m.; n = 25-45; Kruskal-
Wallis test with subsequent Dunn multiple-comparison test; n.s., not significant; “p < 0.05). (E) Antibacterial activity of PMN 1.5 h after E. coli-infection + p38 inhibitor
SB203580 (means + s.e.m.; n = 21; Kruskal-Wallis test with subsequent Dunn multiple-comparison test; *p < 0.05). (F) ROS production upon fMLP stimulation;
Luminometric ROS detection; time curve and AUC values (means + s.e.m.; n = 5; Student’s t test; “p < 0.05).
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assess bacterial elimination in PMN in the absence or presence of
the pharmacological p38-inhibitor SB203580. Inhibition of p38/
MAPK largely abolished HS-boosted IL-8 release (Figure 3D)
and, in line with earlier findings (89, 90), impaired the
antimicrobial activity of PMN under NS and HS conditions
(Figure 3E). However, inhibition of p38/MAPK did not abolish
the blunted antimicrobial activity under HS conditions
(Figure 3E). This suggests that p38/MAPK-dependent signaling
does not play a role in HS-impaired antimicrobial activity
of PMN.

PHOX-dependent ROS production critically contributes to
the antimicrobial activity of neutrophils [reviewed in: (33, 91)].
We measured ROS production for 90 s after fMLP-stimulation
using continuous luminol measurements that allow for
immediate detection of ROS over time (49). These assays
revealed that HS conditions substantially diminished fMLP-
triggered ROS production (Figure 3F), demonstrating that HS-
mediated impairment of antibacterial PMN activity is
independent of osmoprotective signaling and NET formation,
possibly due to reduced ROS production.

Disturbed ROS Production Underlies
Impaired Antimicrobial Activity in PMN
Under HS Conditions

Therefore, we analyzed whether blocking ROS production in PMN
using diphenyleneiodonium chloride (DPI) (92) mimics HS-
induced attenuation of antibacterial activity. DPI-treatment
diminished ROS production in PMN stimulated with fMLP
under NS conditions (Figure 4A) and reduced the antibacterial

activity of PMN under NS to levels obtained for PMN exposed to
HS conditions (Figure 4B). Of note, HS did not further
compromise the ability of PMN to fight E. coli (Figure 4B). This
suggests that HS-triggered impairment of PHOX activity underlies
the blunted antimicrobial PMN response. To corroborate this
finding, we purified neutrophils from bone marrow of mice
lacking the cytochrome b-245 subunit of PHOX (Cybb™"). We
infected these cells with E. coli and analyzed their bactericidal
activity. These experiments confirmed the previous findings using
the pharmacological inhibitor DPI (Figure 4C). In a second
approach, we wanted to test if increasing ROS production using
phorbol-12-myristate-13-acetate (PMA) is able to rescue HS-
impaired antimicrobial capacity of PMN. PMA is known to
boost ROS production in PMN (92, 93). After additional
stimulation with PMA, there was a robust increase in ROS
production which was unaffected by HS exposure (Figure 4D).
PMA-treatment normalized the blockade of HS on the migratory
potential of PMN (Figure 4E). Of utmost importance, addition of
PMA abolished the inhibitory effect of HS on the antimicrobial
activity of PMN (Figure 4F). We conclude that HS-triggered
impairment of ROS production in PMN underlies their
disturbed antimicrobial activity under HS conditions.

DISCUSSION

Here, we demonstrate that a Na'-rich environment curtails the
expression of activation markers, spontaneous movement, and
ROS production of PMN upon exposure to bacteria and bacterial

B C
o 5 * 1.6- n.s.
E * 2 * [
s 4 c =]
E ° n.s. S 1.4 °
e 3 [} E °
e . °
2 2 % © 212 o
g & 2 =
© = [ ]
S 1 % ° % 1.0 % L4
& e
0 S gl
O © & -
¥R & E e
o N g
& @ P00 F S
- n.s
E n.s. - % 3 .
*
15000 NSPMA 400000 200 ns. c
— HSPMA ns. 3 R ° 2, LS
300000 S50 ° ®
2 o 5 - [5)
El El 2 o g
& <. 200000 s 100 2 “»
@ =) © 1
8 3 *
« E [
100000 = 50 5
. 8 B
0 20 40 60 8 100 o 01— T T T
Time [s] ¢ @ N A\ Q\X‘v
X _x
)

FIGURE 4 | NADPH oxidase inhibition mimics high salt effect while PMA abrogates high salt-induced killing deficiency. (A) ROS production in DPI pre-treated PMN
under NS or HS conditions, stimulated with fMLP (means + s.e.m.; n = 4-5). (B) Antibacterial activity of PMN 1.5 h after E. coli-infection + PHOX-inhibitor (DPI;
means + s.e.m.; n = 9; Kruskal-Wallis test with subsequent Dunn multiple-comparison test; n.s., not significant; *p < 0.05). (C) Antibacterial activity of neutrophils
from PHOX-deficient (Cybb™") and control mice 1.5 h after E. coli-infection (means + s.e.m.; n = 8; Mann-Whitney test; n.s., not significant; *p < 0.05). (D) ROS
production in fMLP/PMA-stimulated PMN (PMA) under NS and HS conditions; time curve and AUC values (means + s.e.m.; n = 8; Student’s t test; n.s., not
significant). (E) Cell migration (given as arbitrary units) upon PMA stimulation of E. coli-infected PMN under NS and HS conditions (means + s.e.m.; n = 39-40;
Kruskal-Wallis test with subsequent Dunn multiple-comparison test; n.s., not significant; *p < 0.05). (F) Antibacterial activity of PMN 1.5 h after E. coli-infection +
PMA-stimulation under NS or HS conditions (means + s.e.m.; n = 9; ordinary one-way ANOVA with Bonferroni’s post hoc test; n.s., not significant; “p < 0.05).
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products which ultimately leads to diminished antimicrobial
capacities of PMN. In contrast, simultaneous infection and
increase of extracellular Na* reportedly triggers more ROS
production in PMN and enhances antibacterial activity of
PMN in this experimental system (36). Moreover, Junger et al.
reported that exposure of PMN to HS after fMLP-stimulation did
not affect ROS production (35). However, in line with our
findings, other groups showed that stimulation of PMN after
exposure to HS conditions caused disturbed assembly of PHOX
(38), reduced ROS production (35, 37, 39), decreased expression
of various surface markers related to human neutrophil
activation (39-41, 43), and bacterial killing (46, 47). These
findings suggest that the sequence of stimulation and Na®
exposure critically influences the outcome of PMN activation.

If PMN are exposed to very high Na* environments (addition
of 130 mM NaCl) this reportedly impaired migration towards an
established chemoattractant (44). We, however, increased the
Na® concentrations by addition of 40 mM NaCl in order to
simulate Na" conditions that can be encountered in inflamed and
infected skin tissues (7, 8, 10, 11). Although we found a reduced
spontaneous migration of PMN upon exposure to increases in
Na®, these HS conditions did not affect chemotaxis. This
indicates that local Na*-rich environments that can be present
in infected skin still allow for PMN infiltration into tissues if a
chemoattractant such as fMLP is present. Since inflamed and
infected skin tissues can display increased Na" levels (7, 8, 10,
11), it is likely that PMN pass through Na'-rich environments
before reaching the invading pathogen. Therefore, our findings
might have relevance in migration of PMN through Na'-rich
environments and PMN-dependent clearance of bacteria
from tissues.

Here, we confirm findings that HS impairs the antibacterial
activity of PMN (46, 47). These studies (46, 47), however,
assessed the effects of very high Na" levels that are present in
the renal medulla (94). We, however, simulated moderate
increases in Na" that can be encountered in inflamed and
infected skin tissues (7, 8, 10, 11). Moreover, our studies
provide mechanistic insights into how HS impairs antibacterial
responses in PMN by pinning down antibacterial effectors
disturbed by the addition of Na’. In contrast to an earlier
report (95), we did not detect any difference in viability upon
HS exposure in our experimental setup. Therefore, we exclude
cytotoxicity as cause of reduced antimicrobial activity. Further
we interrogated processes and pathways relevant for microbial
disposal in PMN. Oxidative killing is promptly triggered in PMN
following microbial internalization. We observed reduced ROS
release in HS-exposed PMN. Using pharmacological PHOX
inhibitors, neutrophils from Cybb”™ mice, and pharmacological
means to rescue HS-blunted ROS production, we demonstrated
that HS impairs the antibacterial activity by dampening PHOX-
dependent ROS production. From this finding, we would predict
that the role of HS on the outcome of PMN-pathogen interaction
depends on the susceptibility of the pathogen to ROS-dependent
killing mechanisms. Indeed, HS did not affect the in vitro
antimicrobial activity of PMN isolated from bone marrow
directed against an uropathogenic E. coli (UPEC) (25), which

is known to suppress oxidative burst in PMN and to be more
resistant to reactive oxygen species than commensal strains (96).
Moreover, in line with this reasoning, we found that HS
diminished the antimicrobial control of PMN directed against
S. aureus, whose control depends on PHOX-dependent ROS
production (97).

NADPH oxidase-dependent ROS production [reviewed in:
(98)] may trigger NET production or alternatively NETSs require
Pp38/MAPK (89, 99). Nadesalingam et al, who also demonstrated
that increasing Na* availability decreases ROS production in
PMN, showed that this is linked to impairment of NET
formation (45). In our study, however, HS did not affect
generation of NETs in PMN 4 h after E. coli-infection,
indicating that ROS levels are not critical for casting of NETSs
in our experimental setup. Thus, a direct link of NET formation
to HS-impaired antibacterial activity in our experiments
is unlikely.

p38/MAPK activation contributes to cytokine release
(including IL-8) by neutrophils (100), NADPH oxidase-
dependent ROS production (101, 102) and subsequent
antimicrobial activity of neutrophils under NS conditions (89,
90). In line with this, we found that p38/MAPK inhibition
reduced antimicrobial activity of PMN and diminished HS-
triggered or boosted IL-8 release. However, HS conditions
diminished the antimicrobial activity of PMN in the absence or
presence of pharmacological p38/MAPK blockade. This strongly
suggests that the HS-impaired antimicrobial activity is not linked
to HS-triggered modulation of p38/MAPK activity in PMN.

In sum, HS-mediated impairment of antimicrobial activity is
due to blunted PHOX-dependent ROS production. The
molecular mechanism that results in impaired PHOX-
dependent ROS production requires further investigation. Our
data strongly suggest that impaired ROS production is
uncoupled from HS-modified p38/MAPK. It is possible that
increases in Na' directly impair enzymatic PHOX activity.
Since increases in Na" are known to affect the dynamics of the
actin cytoskeleton (41) and Rac proteins that interact with the
actin cytoskeleton [reviewed in: (103)] are required for proper
PHOX activity [reviewed in: (104)], it is also possible that
molecules involved in PHOX assembly, e.g. Rho GTPases, or
rearrangement of the actin cytoskeleton could underlie
our finding.

We published earlier that HS conditions led to impaired ROS
production upon E. coli infection in macrophages as well, which
nevertheless showed increased antibacterial activity under HS
conditions (12). In contrast to PMN, PHOX-dependent ROS
production was dispensable in HS-augmented antibacterial
activity in macrophages (12). Instead, HS boosted autophagy
and autolysosomal targeting of bacteria for degradation into
these highly acidic compartments (12, 13). This demonstrates
that HS differentially alters antibacterial responses in
distinct phagocytes.

Macrophages play an important role in controlling tissue
integrity and resolution of inflammation by eliminating
intruding invaders and fostering the degradation of debris
(105-107). Neutrophils are the first responders that are
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attracted to tissue injuries, which cannot be managed by local
tissue-resident macrophages already on site (108). While
neutrophil accumulation helps in warding off infections, this
comes at a cost of collateral tissue damage. Although it is
established that in inflamed and infected tissue Na'-rich
microdomains can be present (7, 8, 10), it is unclear which
mechanisms orchestrate Na* accumulation [reviewed in: (14)]
and when Na" accumulation in tissues appears in the course of
inflammation and infection. It is very tempting to speculate that
Na'-rich environments are a signature of prolonged
inflammatory processes. Likewise it is possible that within
inflamed/infected tissues Na® gradients exist that modulate
immune cell activity. Therefore, interstitial Na"-accumulation
could represent an 'ionic checkpoint' (20) which shapes a niche
that ensures tissue integrity by dampening PMN function on the
one hand, while boosting macrophage-dependent antibacterial
activity and clearance of tissue debris on the other hand.

In line with this hypothesis, several reports showed that
hypertonic saline infusion is linked to reduced lung injury and
concomitant decreased neutrophil activation (37, 109, 110) as
well as increased bacterial removal by immune cells in the
peritoneal cavity (37). Further studies are required to
systematically assess the role of local tissue Na' in the
resolution of inflammatory diseases. Our findings provide new
views on the resolution process, which have direct clinical
relevance, and open new lines of investigations.

DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by Ethikkommission bei der Universitdt Regensburg.
The patients/participants provided their written informed

REFERENCES

1. Titze ], Lang R, Ilies C, Schwind KH, Kirsch KA, Dietsch P, et al.
Osmotically Inactive Skin Na+ Storage in Rats. Am ] Physiol Renal
Physiol (2003) 285:F1108-17. doi: 10.1152/ajprenal.00200.2003

2. Machnik A, Neuhofer W, Jantsch ], Dahlmann A, Tammela T, Machura K,
et al. Macrophages Regulate Salt-Dependent Volume and Blood Pressure by
a Vascular Endothelial Growth Factor-C-Dependent Buffering Mechanism.
Nat Med (2009) 15:545-52. doi: 10.1038/nm.1960

3. Dahlmann A, Dérfelt K, Eicher F, Linz P, Kopp C, Mossinger I, et al.
Magnetic Resonance-Determined Sodium Removal From Tissue Stores in
Hemodialysis Patients. Kidney Int (2015) 87:434-41. doi: 10.1038/ki.2014.269

4. Kopp C, Linz P, Maier C, Wabel P, Hammon M, Nagel AM, et al. Elevated
Tissue Sodium Deposition in Patients With Type 2 Diabetes on
Hemodialysis Detected by 23Na Magnetic Resonance Imaging. Kidney Int
(2018) 93:1191-7. doi: 10.1016/j.kint.2017.11.021

5. Dahlmann A, Linz P, Zucker I, Haag V, Jantsch J, Dienemann T, et al.
Reduction of Tissue Na+ Accumulation After Renal Transplantation.
Kidney Int Rep (2021). doi: 10.1016/j.ekir.2021.06.022

consent to participate in this study. The animal study was
reviewed and approved by Animal Welfare Committee of the
local governmental authorities (Regierung von Unterfranken
Wiirzburg, Germany).

AUTHOR CONTRIBUTIONS

LK, KB, SE, PN, TO, AW, VS, MT, and AS acquired, analyzed,
and interpreted data. MH, MS, and AD interpreted data and
contributed to the design of experiments. JJ interpreted data,
designed, conceptualized and oversaw the study. LK provided the
first draft of the manuscript. Manuscript was revised by TO, AS,
VS, SE, KB, PN, MH, MS, AD, and JJ. All authors contributed to
the article and approved the submitted version.

FUNDING

JJ was supported by Deutsche Forschungsgemeinschaft [German
Research Foundation, DFG, JA 1993/4-1, SFB1350 (project nr.
387509280, TPB5)] and by the Bavarian Ministry of Science and
the Arts in the framework of the Bavarian Research Network
‘New Strategies Against Multi-Resistant Pathogens by Means of
Digital Networking-bayresq.net’. MH received funding from the
DFG (DFG-FOR2886 PANDORA Project B3).

ACKNOWLEDGMENTS

We are indebted to the excellent technical assistance provided by
Monika Nowottny and Christine Lindner.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fimmu.2021.
712948/full#supplementary-material

6. Schneider MP, Raff U, Kopp C, Scheppach JB, Toncar S, Wanner C, et al.
Skin Sodium Concentration Correlates With Left Ventricular Hypertrophy
in CKD. ] Am Soc Nephrol (2017) 28:1867-76. doi: 10.1681/ASN.
2016060662

7. Schwartz L, Guais A, Pooya M, Abolhassani M. Is Inflammation a
Consequence of Extracellular Hyperosmolarity? | Inflamm (Lond) (2009)
6:21. doi: 10.1186/1476-9255-6-21

8. Jantsch J, Schatz V, Friedrich D, Schroder A, Kopp C, Siegert I, et al.
Cutaneous Na+ Storage Strengthens the Antimicrobial Barrier Function of
the Skin and Boosts Macrophage-Driven Host Defense. Cell Metab (2015)
21:493-501. doi: 10.1016/j.cmet.2015.02.003

9. Kopp C, Beyer C, Linz P, Dahlmann A, Hammon M, Jantsch J, et al. Na+
Deposition in the Fibrotic Skin of Systemic Sclerosis Patients Detected by
23Na-Magnetic Resonance Imaging. Rheumatol (Oxf) (2017) 56:556-60.
doi: 10.1093/rheumatology/kew371

10. Matthias J, Maul ], Noster R, Meinl H, Chao Y-Y, Gerstenberg H, et al.
Sodium Chloride Is an Ionic Checkpoint for Human TH2 Cells and Shapes
the Atopic Skin Microenvironment. Sci Transl Med (2019) 11(480):
eaau0683. doi: 10.1126/scitranslmed.aau0683

Frontiers in Immunology | www.frontiersin.org

September 2021 | Volume 12 | Article 712948


https://www.frontiersin.org/articles/10.3389/fimmu.2021.712948/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2021.712948/full#supplementary-material
https://doi.org/10.1152/ajprenal.00200.2003
https://doi.org/10.1038/nm.1960
https://doi.org/10.1038/ki.2014.269
https://doi.org/10.1016/j.kint.2017.11.021
https://doi.org/10.1016/j.ekir.2021.06.022
https://doi.org/10.1681/ASN.2016060662
https://doi.org/10.1681/ASN.2016060662
https://doi.org/10.1186/1476-9255-6-21
https://doi.org/10.1016/j.cmet.2015.02.003
https://doi.org/10.1093/rheumatology/kew371
https://doi.org/10.1126/scitranslmed.aau0683
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Krampert et al.

Neutrophils and Sodium

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Maifeld A, Wild J, Karlsen TV, Rakova N, Wistorf E, Linz P, et al. Skin
Sodium Accumulates in Psoriasis and Reflects Disease Severity. | Invest
Dermatol (2021). doi: 10.1016/j.jid.2021.06.013

Neubert P, Weichselbaum A, Reitinger C, Schatz V, Schroder A, Ferdinand
JR, et al. HIF1A and NFAT5 Coordinate Na+-Boosted Antibacterial Defense
via Enhanced Autophagy and Autolysosomal Targeting. Autophagy (2019)
15:1899-916. doi: 10.1080/15548627.2019.1596483

Neubert P, Homann A, Wendelborn D, Bér A-L, Krampert L, Trum M, et al.
NCX1 Represents an Ionic Na+ Sensing Mechanism in Macrophages. PloS
Biol (2020) 18:3000722. doi: 10.1371/journal.pbio.3000722

Jobin K, Miiller DN, Jantsch J, Kurts C. Sodium and Its Manifold Impact on
Our Immune System. Trends Immunol (2021) 42(6):469-79. doi: 10.1016/
j.it.2021.04.002

Neubert P, Schréder A, Miiller DN, Jantsch J. Interplay of Na+ Balance and
Immunobiology of Dendritic Cells. Front Immunol (2019a) 10:599.
doi: 10.3389/fimmu.2019.00599

Schatz V, Neubert P, Schroder A, Binger K, Gebhard M, Miiller DN, et al.
Elementary Immunology: Na+ as a Regulator of Immunity. Pediatr Nephrol
(2017) 32:201-10. doi: 10.1007/s00467-016-3349-x

Wilck N, Balogh A, Marko L, Bartolomaeus H, Miiller DN. The Role of
Sodium in Modulating Immune Cell Function. Nat Rev Nephrol (2019)
15:546-58. doi: 10.1038/541581-019-0167-y

Miiller DN, Wilck N, Haase S, Kleinewietfeld M, Linker RA. Sodium in the
Microenvironment Regulates Immune Responses and Tissue Homeostasis.
Nat Rev Immunol (2019) 19:243-54. doi: 10.1038/s41577-018-0113-4
Gurusamy D, Clever D, Eil R, Restifo NP. Novel “Elements” of Immune
Suppression Within the Tumor Microenvironment. Cancer Immunol Res
(2017) 5:426-33. doi: 10.1158/2326-6066.CIR-17-0117

Eil R, Vodnala SK, Clever D, Klebanoft CA, Sukumar M, Pan JH, et al. Ionic
Immune Suppression Within the Tumour Microenvironment Limits T Cell
Effector Function. Nature (2016) 537:539-43. doi: 10.1038/nature19364
Kleinewietfeld M, Manzel A, Titze J, Kvakan H, Yosef N, Linker RA, et al.
Sodium Chloride Drives Autoimmune Disease by the Induction of Pathogenic
TH17 Cells. Nature (2013) 496:518-22. doi: 10.1038/nature11868

Wu C, Yosef N, Thalhamer T, Zhu C, Xiao S, Kishi Y, et al. Induction of
Pathogenic TH17 Cells by Inducible Salt-Sensing Kinase SGK1. Nature
(2013) 496:513-7. doi: 10.1038/nature11984

Matthias J, Heink S, Picard F, Zeitrdg J, Kolz A, Chao Y-Y, et al. Salt
Generates Antiinflammatory Th17 Cells But Amplifies Pathogenicity in
Proinflammatory Cytokine Microenvironments. J Clin Invest (2020)
130:4587-600. doi: 10.1172/JCI137786

Zhang W-C, Zheng X-J, Du L-J, Sun J-Y, Shen Z-X, Shi C, et al. High Salt
Primes a Specific Activation State of Macrophages, M(Na). Cell Res (2015)
25:893-910. doi: 10.1038/cr.2015.87

Jobin K, Stumpf NE, Schwab S, Eichler M, Neubert P, Rauh M, et al. A High-
Salt Diet Compromises Antibacterial Neutrophil Responses Through
Hormonal Perturbation. Sci Transl Med (2020) 12(536):eaay3850.
doi: 10.1126/scitranslmed.aay3850

Binger KJ, Gebhardt M, Heinig M, Rintisch C, Schroeder A, Neuhofer W,
et al. High Salt Reduces the Activation of IL-4- and IL-13-Stimulated
Macrophages. J Clin Invest (2015) 125:4223-38. doi: 10.1172/JCI80919
Hucke S, Eschborn M, Liebmann M, Herold M, Freise N, Engbers A, et al.
Sodium Chloride Promotes Pro-Inflammatory Macrophage Polarization
Thereby Aggravating CNS Autoimmunity. | Autoimmun (2016) 67:90-
101. doi: 10.1016/j.jaut.2015.11.001

He W, Xu J, Mu R, Li Q, Lv D-L, Huang Z, et al. High-Salt Diet Inhibits
Tumour Growth in Mice via Regulating Myeloid-Derived Suppressor Cell
Differentiation. Nat Commun (2020) 11:1732. doi: 10.1038/s41467-020-
15524-1

Willebrand R, Hamad I, van Zeebroeck L, Kiss M, Bruderek K, Geuzens A,
et al. High Salt Inhibits Tumor Growth by Enhancing Anti-Tumor
Immunity. Front Immunol (2019) 10:1141. doi: 10.3389/fimmu.2019.01141
Choi SY, Lee-Kwon W, Kwon HM. The Evolving Role of TonEBP as an
Immunometabolic Stress Protein. Nat Rev Nephrol (2020) 16:352-64.
doi: 10.1038/s41581-020-0261-1

Aramburu J, Lopez-Rodriguez C. Regulation of Inflammatory Functions of
Macrophages and T Lymphocytes by NFAT5. Front Immunol (2019) 10:535.
doi: 10.3389/fimmu.2019.00535

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

Berry MR, Mathews R], Ferdinand JR, Jing C, Loudon KW, Wlodek E, et al.
Renal Sodium Gradient Orchestrates a Dynamic Antibacterial Defense
Zone. Cell (2017) 170:860-74.e19. doi: 10.1016/j.cell.2017.07.022

Nauseef WM, Borregaard N. Neutrophils at Work. Nat Immunol (2014)
15:602-11. doi: 10.1038/ni.2921

Ackermann M, Anders H-J, Bilyy R, Bowlin GL, Daniel C, de Lorenzo R,
et al. Patients With COVID-19: In the Dark-NETs of Neutrophils. Cell Death
Differ (2021) 1-15. doi: 10.1038/s41418-021-00805-z

Junger WG, Hoyt DB, Davis RE, Herdon-Remelius C, Namiki S, Junger H,
et al. Hypertonicity Regulates the Function of Human Neutrophils by
Modulating Chemoattractant Receptor Signaling and Activating Mitogen-
Activated Protein Kinase P38. J Clin Invest (1998) 101:2768-79.
doi: 10.1172/]JCI1354

Shields CJ, O’Sullivan AW, Wang JH, Winter DC, Kirwan WO, Redmond
HP. Hypertonic Saline Enhances Host Response to Bacterial Challenge by
Augmenting Receptor-Independent Neutrophil Intracellular Superoxide
Formation. Ann Surg (2003) 238:249-57. doi: 10.1097/01.51a.0000080827.
77985.fc

Chen L-W, Huang H-L, Lee I-T, Hsu C-M, Lu P-]J. Hypertonic Saline
Enhances Host Defense to Bacterial Challenge by Augmenting Toll-Like
Receptors. Crit Care Med (2006) 34:1758-68. doi: 10.1097/01.CCM.
0000218810.66485.01

Sheppard FR, Moore EE, McLaughlin N, Kelher M, Johnson JL, Silliman C,
et al. Clinically Relevant Osmolar Stress Inhibits Priming-Induced PMN
NADPH Oxidase Subunit Translocation. J Trauma (2005) 58:752-7;
discussion 757. doi: 10.1097/01.TA.0000159246.33364.72

Ciesla DJ, Moore EE, Zallen G, Biffl WL, Silliman CC. Hypertonic Saline
Attenuation of Polymorphonuclear Neutrophil Cytotoxicity: Timing Is
Everything. ] Trauma (2000) 48:388-95. doi: 10.1097/00005373-
200003000-00004

Rizoli SB, Kapus A, Parodo J, Rotstein OD. Hypertonicity Prevents
Lipopolysaccharide-Stimulated CD11b/CD18 Expression in Human
Neutrophils In Vitro: Role for P38 Inhibition. J Trauma (1999) 46:794-8.
doi: 10.1097/00005373-199905000-00006

Rizoli SB, Rotstein OD, Parodo J, Phillips MJ, Kapus A. Hypertonic
Inhibition of Exocytosis in Neutrophils: Central Role for Osmotic Actin
Skeleton Remodeling. Am ] Physiol Cell Physiol (2000) 279:C619-33.
doi: 10.1152/ajpcell.2000.279.3.C619

Ciesla DJ, Moore EE, Musters RJ, Biffl WL, Silliman CA. Hypertonic Saline
Alteration of the PMN Cytoskeleton: Implications for Signal Transduction
and the Cytotoxic Response. ] Trauma (2001) 50:206-12. doi: 10.1097/
00005373-200102000-00004

Thiel M, Buessecker F, Eberhardt K, Chouker A, Setzer F, Kreimeier U, et al.
Effects of Hypertonic Saline on Expression of Human Polymorphonuclear
Leukocyte Adhesion Molecules. J Leukoc Biol (2001) 70:261-73.
Matsumoto T, Takahashi K, Kubo S, Haraoka M, Mizunoe Y, Tanaka M,
et al. Suppression of Chemotactic Activity of Neutrophils in Hyperosmotic
Conditions Comparable to the Renal Medulla: Partial Preservation by
Phosphoenolpyruvate. Urol Int (1993) 50:1-5. doi: 10.1159/000282438
Nadesalingam A, Chen JHK, Farahvash A, Khan MA. Hypertonic Saline
Suppresses NADPH Oxidase-Dependent Neutrophil Extracellular Trap
Formation and Promotes Apoptosis. Front Immunol (2018) 9:359.
doi: 10.3389/fimmu.2018.00359

Hampton MB, Chambers ST, Vissers MCM, Winterbourn CC, Margret
CMYV, Winterbourn CC. Bacterial Killing by Neutrophils in Hypertonic
Environments. ] Infect Dis (1994) 169(4):839-46. doi: 10.1093/infdis/
169.4.839

Matsumoto T, Kumazawa ], van der Auwera P. Suppression of Leukocyte
Function and Intracellular Content of ATP in Hyperosmotic Condition
Comparable to the Renal Medulla. J Urol (1989) 142:399-402. doi: 10.1016/
S0022-5347(17)38772-4

Cheminay C, Schoen M, Hensel M, Wandersee-Steinhduser A, Ritter U,
Korner H, et al. Migration of Salmonella Typhimurium -Harboring Bone
Marrow-Derived Dendritic Cells Towards the Chemokines CCL19 and
CCL21. Microb Pathog (2002) 32:207-18. doi: 10.1006/mpat.2002.0497
Kuhns DB, Priel DAL, Chu J, Zarember KA. Isolation and Functional
Analysis of Human Neutrophils. Curr Protoc Immunol (2015) 111:7.23.1-
7.23.16. doi: 10.1002/0471142735.im0723s111

Frontiers in Immunology | www.frontiersin.org

September 2021 | Volume 12 | Article 712948


https://doi.org/10.1016/j.jid.2021.06.013
https://doi.org/10.1080/15548627.2019.1596483
https://doi.org/10.1371/journal.pbio.3000722
https://doi.org/10.1016/j.it.2021.04.002
https://doi.org/10.1016/j.it.2021.04.002
https://doi.org/10.3389/fimmu.2019.00599
https://doi.org/10.1007/s00467-016-3349-x
https://doi.org/10.1038/s41581-019-0167-y
https://doi.org/10.1038/s41577-018-0113-4
https://doi.org/10.1158/2326-6066.CIR-17-0117
https://doi.org/10.1038/nature19364
https://doi.org/10.1038/nature11868
https://doi.org/10.1038/nature11984
https://doi.org/10.1172/JCI137786
https://doi.org/10.1038/cr.2015.87
https://doi.org/10.1126/scitranslmed.aay3850
https://doi.org/10.1172/JCI80919
https://doi.org/10.1016/j.jaut.2015.11.001
https://doi.org/10.1038/s41467-020-15524-1
https://doi.org/10.1038/s41467-020-15524-1
https://doi.org/10.3389/fimmu.2019.01141
https://doi.org/10.1038/s41581-020-0261-1
https://doi.org/10.3389/fimmu.2019.00535
https://doi.org/10.1016/j.cell.2017.07.022
https://doi.org/10.1038/ni.2921
https://doi.org/10.1038/s41418-021-00805-z
https://doi.org/10.1172/JCI1354
https://doi.org/10.1097/01.sla.0000080827.77985.fc
https://doi.org/10.1097/01.sla.0000080827.77985.fc
https://doi.org/10.1097/01.CCM.0000218810.66485.01
https://doi.org/10.1097/01.CCM.0000218810.66485.01
https://doi.org/10.1097/01.TA.0000159246.33364.72
https://doi.org/10.1097/00005373-200003000-00004
https://doi.org/10.1097/00005373-200003000-00004
https://doi.org/10.1097/00005373-199905000-00006
https://doi.org/10.1152/ajpcell.2000.279.3.C619
https://doi.org/10.1097/00005373-200102000-00004
https://doi.org/10.1097/00005373-200102000-00004
https://doi.org/10.1159/000282438
https://doi.org/10.3389/fimmu.2018.00359
https://doi.org/10.1093/infdis/169.4.839
https://doi.org/10.1093/infdis/169.4.839
https://doi.org/10.1016/S0022-5347(17)38772-4
https://doi.org/10.1016/S0022-5347(17)38772-4
https://doi.org/10.1006/mpat.2002.0497
https://doi.org/10.1002/0471142735.im0723s111
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Krampert et al.

Neutrophils and Sodium

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

Schorn C, Janko C, Latzko M, Chaurio R, Schett G, Herrmann M.
Monosodium Urate Crystals Induce Extracellular DNA Traps in
Neutrophils, Eosinophils, and Basophils But Not in Mononuclear Cells.
Front Immunol (2012) 3:277. doi: 10.3389/fimmu.2012.00277

Steffen U, Koeleman CA, Sokolova MV, Bang H, Kleyer A, Rech J, et al. IgA
Subclasses Have Different Effector Functions Associated With Distinct
Glycosylation Profiles. Nat Commun (2020) 11:120. doi: 10.1038/s41467-
019-13992-8

Pollock JD, Williams DA, Gifford MA, Li LL, Du X, Fisherman J, et al.
Mouse Model of X-Linked Chronic Granulomatous Disease, An Inherited
Defect in Phagocyte Superoxide Production. Nat Genet (1995) 9:202-9.
doi: 10.1038/ng0295-202

Schleicher U, Bogdan C. Generation, Culture and Flow-Cytometric
Characterization of Primary Mouse Macrophages. Methods Mol Biol
(2009) 531:203-24. doi: 10.1007/978-1-59745-396-7_14

Swamydas M, Luo Y, Dorf ME, Lionakis MS. Isolation of Mouse
Neutrophils. Curr Protoc Immunol (2015) 110:3.20.1-3.20.15.
doi: 10.1002/0471142735.im0320s110

Metcalf D, Robb L, Dunn AR, Mifsud S, Di Rago L. Role of Granulocyte-
Macrophage Colony-Stimulating Factor and Granulocyte Colony-
Stimulating Factor in the Development of an Acute Neutrophil
Inflammatory Response in Mice. Blood (1996) 88:3755-64. doi: 10.1182/
blood.V88.10.3755.bloodjournal88103755

Newell SL, Atkinson JP. Biosynthesis of C4 by Mouse Peritoneal
Macrophages. II. Comparsion of C4 Synthesis by Resident and Elicited
Cell Populations. ] Immunol (1983) 130:834-8.

Zhang X, Goncalves R, Mosser DM. The Isolation and Characterization of
Murine Macrophages. Curr Protoc Immunol (2008) Chapter 14:Unit 14.1.
doi: 10.1002/0471142735.im1401s83

Schindelin J, Arganda-Carreras I, Frise E, Kaynig V, Longair M, Pietzsch T,
et al. Fiji: An Open-Source Platform for Biological-Image Analysis. Nat
Methods (2012) 9:676-82. doi: 10.1038/nmeth.2019

Carmona-Rivera C, Kaplan MJ. Induction and Quantification of NETosis.
Curr Protoc Immunol (2016) 115:14.41.1-14.41.14. doi: 10.1002/cpim.16
Bilow S, Heyd R, Toelge M, Ederer KU, Schweda A, Blaas SH, et al.
Lipopolysaccharide Binding Protein and Bactericidal/Permeability-
Increasing Protein as Biomarkers for Invasive Pulmonary Aspergillosis.
J Fungi (Basel) (2020) 6(4):304. doi: 10.3390/j0f6040304

Fulton RJ, McDade RL, Smith PL, Kienker L], Kettman JR. Advanced
Multiplexed Analysis With the FlowMetrix System. Clin Chem (1997)
43:1749-56. doi: 10.1093/clinchem/43.9.1749

Boyden S. The Chemotactic Effect of Mixtures of Antibody and Antigen on
Polymorphonuclear Leucocytes. ] Exp Med (1962) 115:453-66. doi: 10.1084/
jem.115.3.453

Chen H-C. Boyden Chamber Assay. Methods Mol Biol (2005) 294:15-22.
doi: 10.1385/1-59259-860-9:015

Gagnon RC, Peterson JJ. Estimation of Confidence Intervals for Area Under
the Curve From Destructively Obtained Pharmacokinetic Data.
] Pharmacokinet Biopharm (1998) 26:87-102. doi: 10.1023/A:1023228925137
Geisberger S, Bartolomaeus H, Neubert P, Willebrand R, Zasada C,
Bartolomaeus T, et al. Salt Transiently Inhibits Mitochondrial Energetics
in Mononuclear Phagocytes. Circulation (2021) 144(2):144-58.
doi: 10.1161/CIRCULATIONAHA.120.052788

Sengelov H, Kjeldsen L, Borregaard N. Control of Exocytosis in Early
Neutrophil Activation. J Immunol (1993) 150:1535-43.

Sengelov H, Kjeldsen L, Kroeze W, Berger M, Borregaard N. Secretory
Vesicles are the Intracellular Reservoir of Complement Receptor 1 in
Human Neutrophils. ] Immunol (1994) 153:804-10.

Berger M, O’Shea J, Cross AS, Folks TM, Chused TM, Brown EJ, et al.
Human Neutrophils Increase Expression of C3bi as Well as C3b Receptors
Upon Activation. ] Clin Invest (1984) 74:1566-71. doi: 10.1172/JCI111572
Stocks SC, Kerr MA, Haslett C, Dransfield I. CD66-Dependent Neutrophil
Activation: A Possible Mechanism for Vascular Selectin-Mediated
Regulation of Neutrophil Adhesion. J Leukoc Biol (1995) 58:40-8.
doi: 10.1002/j1b.58.1.40

Borregaard N, Kjeldsen L, Sengelov H, Diamond MS, Springer TA,
Anderson HC, et al. Changes in Subcellular Localization and Surface
Expression of L-Selectin, Alkaline Phosphatase, and Mac-1 in Human

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

Neutrophils During Stimulation With Inflammatory Mediators. J Leukoc
Biol (1994) 56:80-7. doi: 10.1002/j1b.56.1.80

Stojkov D, Amini P, Oberson K, Sokollik C, Duppenthaler A, Simon H-U,
et al. ROS and Glutathionylation Balance Cytoskeletal Dynamics in
Neutrophil Extracellular Trap Formation. J Cell Biol (2017) 216:4073-90.
doi: 10.1083/jcb.201611168

Deree J, Lall R, Melbostad H, Grant M, Hoyt DB, Coimbra R. Neutrophil
Degranulation and the Effects of Phosphodiesterase Inhibition. J Surg Res
(2006) 133:22-8. doi: 10.1016/j.js5.2006.02.031

Weiss J, Olsson L. Cellular and Subcellular Localization of the Bactericidal/
Permeability-Increasing Protein of Neutrophils. Blood (1987) 69:652-9.
doi: 10.1182/blood.V69.2.652.652

Kishimoto TK, Jutila MA, Berg EL, Butcher EC. Neutrophil Mac-1 and
MEL-14 Adhesion Proteins Inversely Regulated by Chemotactic Factors.
Science (1989) 245:1238-41. doi: 10.1126/science.2551036

Kuijpers TW, Tool AT, van der Schoot CE, Ginsel LA, Onderwater JJ, Roos
D, et al. Membrane Surface Antigen Expression on Neutrophils: A
Reappraisal of the Use of Surface Markers for Neutrophil Activation.
Blood (1991) 78:1105-11. doi: 10.1182/blood.V78.4.1105.1105

Griffin JD, Spertini O, Ernst TJ, Belvin MP, Levine HB, Kanakura Y, et al.
Granulocyte-Macrophage Colony-Stimulating Factor and Other Cytokines
Regulate Surface Expression of the Leukocyte Adhesion Molecule-1 on
Human Neutrophils, Monocytes, and Their Precursors. J Immunol (1990)
145:576-84.

Torres M, Hall FL, O'Neill K. 1993//Stimulation of Human Neutrophils
With Formyl-Methionyl-Leucyl-Phenylalanine Induces Tyrosine
Phosphorylation and Activation of Two Distinct Mitogen-Activated
Protein-Kinases. | Immunol (1993) 150:1563-77.

Petroski RJ, Naccache PH, Becker EL, Sha’afi RI. Effect of the Chemotactic
Factor Formyl Methionyl-Leucyl-Phenylalanine and Cytochalasin B on the
Cellular Levels of Calcium in Rabbit Neutrophils. FEBS Lett (1979) 100:161-
5. doi: 10.1016/0014-5793(79)81155-2

Palmblad J, Gyllenhammar H, Lindgren JA, Malmsten CL, et al. 1984//
Effects of Leukotrienes and F-Met-Leu-Phe on Oxidative Metabolism of
Neutrophils and Eosinophils. J Immunol (1984) 132:3041-5.

Showell HJ, Freer R], Zigmond SH, Schiffmann E, Aswanikumar S, Corcoran
B, et al. The Structure-Activity Relations of Synthetic Peptides as
Chemotactic Factors and Inducers of Lysosomal Secretion for Neutrophils.
J Exp Med (1976) 143:1154-69. doi: 10.1084/jem.143.5.1154

Kreutzer DL, O’Flaherty JT, Orr W, Showell HJ, Ward PA, Becker EL.
Quantitative Comparisons of Various Biological Responses of Neutrophils to
Different Active and Inactive Chemotactic Factors. Immunopharmacology
(1978) 1:39-47. doi: 10.1016/0162-3109(78)90007-3

Becker EL. Chemotaxis. J Allergy Clin Immunol (1980) 66:97-105.
doi: 10.1016/0091-6749(80)90055-X

Fuchs TA, Abed U, Goosmann C, Hurwitz R, Schulze I, Wahn V, et al. Novel
Cell Death Program Leads to Neutrophil Extracellular Traps. J Cell Biol
(2007) 176:231-41. doi: 10.1083/jcb.200606027

Sollberger G, Tilley DO, Zychlinsky A. Neutrophil Extracellular Traps: The
Biology of Chromatin Externalization. Dev Cell (2018) 44:542-53.
doi: 10.1016/j.devcel.2018.01.019

Brinkmann V, Reichard U, Goosmann C, Fauler B, Uhlemann Y, Weiss DS,
et al. Neutrophil Extracellular Traps Kill Bacteria. Science (2004) 303:1532-5.
doi: 10.1126/science.1092385

Gavillet M, Martinod K, Renella R, Harris C, Shapiro NI, Wagner DD, et al.
Flow Cytometric Assay for Direct Quantification of Neutrophil Extracellular
Traps in Blood Samples. Am | Hematol (2015) 90:1155-8. doi: 10.1002/
ajh.24185

van der Linden M, Westerlaken GHA, van der Vlist M, van Montfrans J,
Meyaard L. Differential Signalling and Kinetics of Neutrophil Extracellular
Trap Release Revealed by Quantitative Live Imaging. Sci Rep (2017) 7:6529.
doi: 10.1038/541598-017-06901-w

Shapiro L, Dinarello CA. Osmotic Regulation of Cytokine Synthesis. vitro
Proc Natl Acad Sci USA (1995) 92:12230-4. doi: 10.1073/pnas.92.26.12230
Keshari RS, Verma A, Barthwal MK, Dikshit M. Reactive Oxygen Species-
Induced Activation of ERK and P38 MAPK Mediates PMA-Induced NETs
Release From Human Neutrophils. J Cell Biochem (2013) 114:532-40.
doi: 10.1002/jcb.24391

Frontiers in Immunology | www.frontiersin.org

September 2021 | Volume 12 | Article 712948


https://doi.org/10.3389/fimmu.2012.00277
https://doi.org/10.1038/s41467-019-13992-8
https://doi.org/10.1038/s41467-019-13992-8
https://doi.org/10.1038/ng0295-202
https://doi.org/10.1007/978-1-59745-396-7_14
https://doi.org/10.1002/0471142735.im0320s110
https://doi.org/10.1182/blood.V88.10.3755.bloodjournal88103755
https://doi.org/10.1182/blood.V88.10.3755.bloodjournal88103755
https://doi.org/10.1002/0471142735.im1401s83
https://doi.org/10.1038/nmeth.2019
https://doi.org/10.1002/cpim.16
https://doi.org/10.3390/jof6040304
https://doi.org/10.1093/clinchem/43.9.1749
https://doi.org/10.1084/jem.115.3.453
https://doi.org/10.1084/jem.115.3.453
https://doi.org/10.1385/1-59259-860-9:015
https://doi.org/10.1023/A:1023228925137
https://doi.org/10.1161/CIRCULATIONAHA.120.052788
https://doi.org/10.1172/JCI111572
https://doi.org/10.1002/jlb.58.1.40
https://doi.org/10.1002/jlb.56.1.80
https://doi.org/10.1083/jcb.201611168
https://doi.org/10.1016/j.jss.2006.02.031
https://doi.org/10.1182/blood.V69.2.652.652
https://doi.org/10.1126/science.2551036
https://doi.org/10.1182/blood.V78.4.1105.1105
https://doi.org/10.1016/0014-5793(79)81155-2
https://doi.org/10.1084/jem.143.5.1154
https://doi.org/10.1016/0162-3109(78)90007-3
https://doi.org/10.1016/0091-6749(80)90055-X
https://doi.org/10.1083/jcb.200606027
https://doi.org/10.1016/j.devcel.2018.01.019
https://doi.org/10.1126/science.1092385
https://doi.org/10.1002/ajh.24185
https://doi.org/10.1002/ajh.24185
https://doi.org/10.1038/s41598-017-06901-w
https://doi.org/10.1073/pnas.92.26.12230
https://doi.org/10.1002/jcb.24391
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Krampert et al.

Neutrophils and Sodium

90.

91.

92.

93.

94.

95.

96.

97.

98.

99.

100.

101.

102.

Kamikawa Y, Sakai N, Miyake T, Sagara A, Shinozaki Y, Kitajima S, et al.
Involvement of P38mapk in Impaired Neutrophil Bactericidal Activity of
Hemodialysis Patients. Ther Apher Dial (2018) 22:345-54. doi: 10.1111/
1744-9987.12651

Nauseef WM. The Phagocyte NOX2 NADPH Oxidase in Microbial Killing
and Cell Signaling. Curr Opin Immunol (2019) 60:130-40. doi: 10.1016/
j.€01.2019.05.006

Ellis JA, Mayer SJ, Jones OT. The Effect of the NADPH Oxidase Inhibitor
Diphenyleneiodonium on Aerobic and Anaerobic Microbicidal Activities of
Human Neutrophils. Biochem ] (1988) 251:887-91. doi: 10.1042/bj2510887
Rice CM, Davies LC, Subleski JJ, Maio N, Gonzalez-Cotto M, Andrews C,
et al. Tumour-Elicited Neutrophils Engage Mitochondrial Metabolism to
Circumvent Nutrient Limitations and Maintain Immune Suppression. Nat
Commun (2018) 9:5099. doi: 10.1038/s41467-018-07505-2

Dantzler WH, Layton AT, Layton HE, Pannabecker TL. Urine-
Concentrating Mechanism in the Inner Medulla: Function of the Thin
Limbs of the Loops of Henle. Clin ] Am Soc Nephrol (2014) 9:1781-9.
doi: 10.2215/CJN.08750812

Kim JY, Hong YS, Choi SH, Yoon YH, Moon SW, Lee SW. Effect of
Hypertonic Saline on Apoptosis of Polymorphonuclear Cells. ] Surg Res
(2012) 178:401-8. doi: 10.1016/j.jss.2012.01.055

Loughman JA, Hunstad DA. Attenuation of Human Neutrophil Migration
and Function by Uropathogenic Bacteria. Microbes Infect (2011) 13:555-65.
doi: 10.1016/j.micinf.2011.01.017

Jackson SH, Gallin JI, Holland SM. The P47phox Mouse Knock-Out Model
of Chronic Granulomatous Disease. | Exp Med (1995) 182:751-8.
doi: 10.1084/jem.182.3.751

Thiam HR, Wong SL, Wagner DD, Waterman CM. Cellular Mechanisms of
NETosis. Annu Rev Cell Dev Biol (2020) 36:191-218. doi: 10.1146/annurev-
cellbio-020520-111016

Tatsiy O, McDonald PP. Physiological Stimuli Induce PAD4-Dependent,
ROS-Independent NETosis, With Early and Late Events Controlled by
Discrete Signaling Pathways. Front Immunol (2018) 9:2036. doi: 10.3389/
fimmu.2018.02036

Nick JA, Young SK, Arndt PG, Lieber JG, Suratt BT, Poch KR, et al. Selective
Suppression of Neutrophil Accumulation in Ongoing Pulmonary
Inflammation by Systemic Inhibition of P38 Mitogen-Activated Protein
Kinase. ] Immunol (2002) 169:5260-9. doi: 10.4049/jimmunol.169.9.5260
Nick JA, Avdi NJ, Young SK, Knall C, Gerwins P, Johnson GL, et al.
Common and Distinct Intracellular Signaling Pathways in Human
Neutrophils Utilized by Platelet Activating Factor and FMLP. ] Clin Invest
(1997) 99:975-86. doi: 10.1172/JCI119263

Rane MJ, Carrithers SL, Arthur JM, Klein JB, McLeish KR. Formyl Peptide
Receptors are Coupled to Multiple Mitogen-Activated Protein Kinase
Cascades by Distinct Signal Transduction Pathways: Role in Activation of
Reduced Nicotinamide Adenine Dinucleotide Oxidase. J Immunol (1997)
159:5070-8.

103. Ridley AJ. Rho GTPase Signalling in Cell Migration. Curr Opin Cell Biol
(2015) 36:103-12. doi: 10.1016/j.ceb.2015.08.005

Bedard K, Krause K-H. The NOX Family of ROS-Generating NADPH
Oxidases: Physiology and Pathophysiology. Physiol Rev (2007) 87:245-313.
doi: 10.1152/physrev.00044.2005

Martin CJ, Peters KN, Behar SM. Macrophages Clean Up: Efferocytosis and
Microbial Control. Curr Opin Microbiol (2014) 17:17-23. doi: 10.1016/
j.mib.2013.10.007

Kumaran Satyanarayanan S, El Kebir D, Soboh S, Butenko S, Sekheri M,
Saadi J, et al. IFN-B Is a Macrophage-Derived Effector Cytokine Facilitating
the Resolution of Bacterial Inflammation. Nat Commun (2019) 10:3471.
doi: 10.1038/s41467-019-10903-9

Bonnefoy F, Gauthier T, Vallion R, Martin-Rodriguez O, Missey A, Daoui A,
et al. Factors Produced by Macrophages Eliminating Apoptotic Cells
Demonstrate Pro-Resolutive Properties and Terminate Ongoing
Inflammation. Front Immunol (2018) 9:2586. doi: 10.3389/fimmu.2018.02586
Uderhardt S, Martins AJ, Tsang JS, Limmermann T, Germain RN. Resident
Macrophages Cloak Tissue Microlesions to Prevent Neutrophil-Driven
Inflammatory Damage. Cell (2019) 177:541-55.e17. doi: 10.1016/j.cell.
2019.02.028

Angle N, Hoyt DB, Coimbra R, Liu F, Herdon-Remelius C, Loomis W, et al.
Hypertonic Saline Resuscitation Diminishes Lung Injury by Suppressing
Neutrophil Activation After Hemorrhagic Shock. Shock (1998) 9:164-70.
doi: 10.1097/00024382-199803000-00002

Pascual JL, Khwaja KA, Ferri LE, Giannias B, Evans DC, Razek T, et al.
Hypertonic Saline Resuscitation Attenuates Neutrophil Lung Sequestration
and Transmigration by Diminishing Leukocyte-Endothelial Interactions in a
Two-Hit Model of Hemorrhagic Shock and Infection. J Trauma (2003)
54:121-30; discussion 130-2. doi: 10.1097/00005373-200301000-00015

104.

105.

106.

107.

108.

109.

110.

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.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2021 Krampert, Bauer, Ebner, Neubert, Ossner, Weigert, Schatz, Toelge,
Schroder, Herrmann, Schnare, Dorhoi and Jantsch. 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 Immunology | www.frontiersin.org

September 2021 | Volume 12 | Article 712948


https://doi.org/10.1111/1744-9987.12651
https://doi.org/10.1111/1744-9987.12651
https://doi.org/10.1016/j.coi.2019.05.006
https://doi.org/10.1016/j.coi.2019.05.006
https://doi.org/10.1042/bj2510887
https://doi.org/10.1038/s41467-018-07505-2
https://doi.org/10.2215/CJN.08750812
https://doi.org/10.1016/j.jss.2012.01.055
https://doi.org/10.1016/j.micinf.2011.01.017
https://doi.org/10.1084/jem.182.3.751
https://doi.org/10.1146/annurev-cellbio-020520-111016
https://doi.org/10.1146/annurev-cellbio-020520-111016
https://doi.org/10.3389/fimmu.2018.02036
https://doi.org/10.3389/fimmu.2018.02036
https://doi.org/10.4049/jimmunol.169.9.5260
https://doi.org/10.1172/JCI119263
https://doi.org/10.1016/j.ceb.2015.08.005
https://doi.org/10.1152/physrev.00044.2005
https://doi.org/10.1016/j.mib.2013.10.007
https://doi.org/10.1016/j.mib.2013.10.007
https://doi.org/10.1038/s41467-019-10903-9
https://doi.org/10.3389/fimmu.2018.02586
https://doi.org/10.1016/j.cell.2019.02.028
https://doi.org/10.1016/j.cell.2019.02.028
https://doi.org/10.1097/00024382-199803000-00002
https://doi.org/10.1097/00005373-200301000-00015
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	High Na+ Environments Impair Phagocyte Oxidase-Dependent Antibacterial Activity of Neutrophils
	Introduction
	Material and Methods
	Reagents and Antibodies
	PMN Isolation and Infection
	PBMC Isolation and Infection
	Murine Granulocyte Isolation and Infection
	BMDM Generation and Infection
	Peritoneal Cell Purification and Infection
	Immunofluorescence Microscopy
	Analysis of Neutrophil Extracellular Traps
	Cytokine Release Measurements
	Cell Viability Assays
	Western Blotting
	Mobility Assays
	Quantification of Reactive Oxygen Species
	Flow Cytometry
	Statistics

	Results
	High Extracellular Na+ Impairs Antibacterial Activity of Murine and Human Neutrophils
	HS Exposure Impairs Neutrophil Mobility and Activation
	Elevated Extracellular Na+ Levels Diminish ROS Production in Neutrophils
	Disturbed ROS Production Underlies Impaired Antimicrobial Activity in PMN Under HS Conditions

	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


