
u n i ve r s i t y  o f  co pe n h ag e n  

Myeloperoxidase Modulates Hydrogen Peroxide Mediated Cellular Damage in Murine
Macrophages

Guo, Chaorui; Sileikaite, Inga; Davies, Michael J.; Hawkins, Clare L.

Published in:
Antioxidants

DOI:
10.3390/antiox9121255

Publication date:
2020

Document version
Publisher's PDF, also known as Version of record

Document license:
CC BY

Citation for published version (APA):
Guo, C., Sileikaite, I., Davies, M. J., & Hawkins, C. L. (2020). Myeloperoxidase Modulates Hydrogen Peroxide
Mediated Cellular Damage in Murine Macrophages. Antioxidants, 9(12), [1255].
https://doi.org/10.3390/antiox9121255

Download date: 23. maj. 2023

https://doi.org/10.3390/antiox9121255
https://curis.ku.dk/portal/da/persons/inga-sileikaite(c624e2ca-3423-422b-83f0-23cfba312c0a).html
https://curis.ku.dk/portal/da/persons/michael-j-davies(33c89fde-9d7d-4ba4-8d48-6098ada5efde).html
https://curis.ku.dk/portal/da/persons/clare-louise-hawkins(68acd09a-4552-45dd-b1e1-23c99feaf6f6).html
https://curis.ku.dk/portal/da/publications/myeloperoxidase-modulates-hydrogen-peroxide-mediated-cellular-damage-in-murine-macrophages(df7d8cbf-4e19-499d-9d17-97e4ccb331d8).html
https://curis.ku.dk/portal/da/publications/myeloperoxidase-modulates-hydrogen-peroxide-mediated-cellular-damage-in-murine-macrophages(df7d8cbf-4e19-499d-9d17-97e4ccb331d8).html
https://doi.org/10.3390/antiox9121255


antioxidants

Article

Myeloperoxidase Modulates Hydrogen Peroxide
Mediated Cellular Damage in Murine Macrophages

Chaorui Guo, Inga Sileikaite, Michael J. Davies and Clare L. Hawkins *

Department of Biomedical Sciences, University of Copenhagen, Panum, Blegdamsvej 3B,
DK-2200 Copenhagen N, Denmark; chaorui@sund.ku.dk (C.G.); inga.sileikaite@sund.ku.dk (I.S.);
davies@sund.ku.dk (M.J.D.)
* Correspondence: clare.hawkins@sund.ku.dk; Tel.: +45-35337005

Received: 29 September 2020; Accepted: 7 December 2020; Published: 10 December 2020 ����������
�������

Abstract: Myeloperoxidase (MPO) is involved in the development of many chronic inflammatory
diseases, in addition to its key role in innate immune defenses. This is attributed to the excessive
production of hypochlorous acid (HOCl) by MPO at inflammatory sites, which causes tissue damage.
This has sparked wide interest in the development of therapeutic approaches to prevent HOCl-induced
cellular damage including supplementation with thiocyanate (SCN−) as an alternative substrate for
MPO. In this study, we used an enzymatic system composed of glucose oxidase (GO), glucose, and
MPO in the absence and presence of SCN−, to investigate the effects of generating a continuous flux of
oxidants on macrophage cell function. Our studies show the generation of hydrogen peroxide (H2O2)
by glucose and GO results in a dose- and time-dependent decrease in metabolic activity and cell
viability, and the activation of stress-related signaling pathways. Interestingly, these damaging effects
were attenuated by the addition of MPO to form HOCl. Supplementation with SCN−, which favors
the formation of hypothiocyanous acid, could reverse this effect. Addition of MPO also resulted
in upregulation of the antioxidant gene, NAD(P)H:quinone acceptor oxidoreductase 1. This study
provides new insights into the role of MPO in the modulation of macrophage function, which may be
relevant to inflammatory pathologies.

Keywords: hypochlorous acid; hypothiocyanous acid; thiocyanate; glucose oxidase; inflammation;
atherosclerosis; macrophage

1. Introduction

There is compelling evidence showing the important role of the heme peroxidase enzyme
myeloperoxidase (MPO), released by immune cells, in innate immunity and physiological processes
associated with the development of chronic inflammatory diseases [1,2]. MPO is primarily released
by neutrophils but is also present in monocytes and some tissue resident macrophages such as
those associated with atherosclerotic lesions [3]. MPO catalyzes the reaction of halide (Cl−, Br−, I−)
and pseudo-halide ions such as thiocyanate (SCN−) with hydrogen peroxide (H2O2) to produce the
corresponding hypohalous acids [4]. Considering the physiological concentrations and specificity
constants of these halides and pseudo-halides, it is believed that the main oxidants produced by MPO
in vivo are hypochlorous acid (HOCl) and hypothiocyanous acid (HOSCN) generated from Cl− and
SCN−, respectively [5,6]. Supplementation with SCN− favors the formation of HOSCN, and decreases
the production of HOCl by MPO as the relative specificity constant for SCN− is 730-fold greater than
that for Cl− [5]. In addition to acting as a competing substrate for MPO, SCN− can react directly with
HOCl, which also produces HOSCN [7].

HOCl and HOSCN show different reactivity with biological molecules (reviewed [8]). HOCl is a
strong oxidant and potent antibacterial agent and plays an important role in innate immune processes [9].
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However, it is also well established that HOCl can modify proteins, lipids, and DNA molecules
irreversibly, which can contribute to host cell and tissue damage [2,4,10]. There is comprehensive
literature regarding the reactivity of HOCl with different mammalian cell types, and little doubt that
this oxidant causes cellular dysfunction and death by a multitude of cellular pathways (reviewed
in [11]). It is therefore perhaps unsurprising that the production of HOCl by MPO at inflammatory sites
is strongly linked to the development of many pathologies [1,2]. Unlike HOCl, HOSCN is a milder
oxidant, which reacts selectively and reversibly with thiols (R-SH) including free Cys residues [12,13].
HOSCN can also kill pathogens but it is better tolerated by host cells, which has been postulated to be
due to its selective detoxification by mammalian, but not bacterial, thioredoxin reductase (TrxR) [14].

This has led to interest in using SCN− as a means to modulate MPO-induced damage,
though HOSCN is also damaging to mammalian cells in some situations [15–18]. Nonetheless,
previous studies have shown that supplementation with SCN− in different cell types can be protective,
and prevents MPO-induced cell damage [14,19,20]. Addition of SCN− can also prevent extracellular
MPO-induced damage including to plasma fibronectin [21] and extracellular matrix (ECM) proteins
produced by human coronary artery smooth muscle cells [22]. Similarly, SCN− exerts protective
effects in some animal models of chronic inflammatory disease such as cystic fibrosis [23] and
atherosclerosis [24,25], but not ulcerative colitis [26].

In general, the pathways responsible for the modulation of MPO-induced damage by SCN−,
particularly in animal models, are not well characterized. Recent studies in murine J774A.1
macrophages indicated that SCN− could attenuate thiol oxidation and cell death, and alter the
nature of pro-inflammatory signaling induced by a bolus addition of HOCl, in a manner consistent with
the formation of HOSCN [27]. This led us to examine whether these pathways are also relevant on the
exposure of these macrophages to an enzymatic glucose/glucose oxidase (GO)–MPO coupled system,
which provides a continuous flux of H2O2, and hence HOCl, and may be a better model to simulate
the pro-inflammatory environment [14,20,28]. In the present study, we show an unexpected ability of
MPO to attenuate the extent of cellular damage following exposure of the J774A.1 macrophage to a flux
of H2O2 from the glucose/GO system. This modulatory effect of MPO was lessened in the presence
of SCN−.

2. Materials and Methods

Reagents and Materials: All aqueous solutions were prepared using nano-pure H2O from a MilliQ
system Millipore (Darmstadt, Germany). All chemicals and reagents were of the highest purity available
and purchased from Sigma-Aldrich/Merck unless stated otherwise. Human polymorphonuclear
leukocyte derived MPO was purchased from Planta Natural Products. Hanks buffered salt solution
(HBSS) containing glucose (5.6 mM, “complete HBSS”) was from Thermo Fisher (Waltham, MA, USA).
HBSS without glucose (“glucose-free HBSS”) was prepared by combining the following salts: NaCl (8 g),
KCl (400 mg), CaCl2 (140 mg), MgSO4–7H2O (100 mg), MgCl2–6H2O (100 mg), NaHPO4–2H2O (60 mg),
KH2PO4 (60 mg), and NaHCO3 (350 mg) in a final volume of 1 L.

Cell culture: Murine macrophage-like J774A.1 cells (ATCC No. 91051511) were cultured in
Dulbecco’s modified Eagle’s medium (DMEM) supplemented with 10% (v/v) fetal bovine serum
(FBS) Thermo Fisher, Waltham, MA, USA), 2 mM L-glutamine, and 100 U mL−1 penicillin (Invitrogen,
Carlsbad, CA, USA) at 37 ◦C in a 5% CO2 incubator. For experiments, cells were scraped into suspension
and adjusted to a density of 1 × 106 cells mL−1 before seeding in 6-, 24-, or 96-well plates using volumes
of 2000 µL, 500 µL, or 100 µL, respectively. Prior to treatment, cells were washed with complete HBSS
at 37 ◦C. The same volumes of treatment solution containing glucose, GO, and MPO were used to
ensure that the ratio of oxidant:cell remained constant in each case.

Cell viability: Cell viability was measured using the lactate dehydrogenase (LDH) assay and MTS
(3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium) assay
(Promega). J774A.1 cells were treated with GO (0–200 mU mL−1), with or without MPO (0–100 nM)
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in the absence and presence of SCN− (200 µM) in complete HBSS (containing 5.6 mM glucose and
140 mM Cl−) for 1 h or 4 h.

For the MTS assay, cells (0.5 or 1 × 105) in a 96-well plate were treated with the glucose/GO/MPO
system for 1 h or 4 h in complete HBSS (total volume 100 µL) before washing and re-incubating in
DMEM (100 µL) containing the MTS reagent (10 µL) for 4 h. The absorbance change was measured at
490 nm using a Spectra Max i3x microplate reader (Molecular Devices).

For the LDH assay, cells (5 × 105) in 24 well plates were treated with the glucose/GO/MPO system
for 1 h or 4 h in complete HBSS (total volume 500 µL) before washing and re-incubating in cell media
(500 µL) for 24 h. The cell media were collected and centrifuged at 1000× g for 5 min in order to remove
the cell debris. Cells were washed in complete HBSS and lysed in 500 µL water. The activity of LDH in
cell lysates and media was determined by the loss of NADH measured at 340 nm over 30 min [29].
The cell integrity was calculated as the ratio of the change of absorbance at 340 nm for cell lysates to
the total amount of cell lysates and media, as shown below:

viability% =
∆340 (intracellular)

∆340 (intracellular) + ∆340 (extracellular)
× 100 (1)

Quantification of cellular thiols: Cell lysates were prepared as described for the LDH assay and
the intracellular thiol concentration was measured using the ThioGlo1 assay [30]. The cellular thiol
concentration was assessed by the change in fluorescence measured using λex 384 nm and λem 513 nm,
as described previously [27]. Thiol concentrations were quantified using a standard curve constructed
with GSH. Total protein concentrations were quantified by the BCA assay (Pierce™ BCA Protein Assay
Reagent A, Thermo Fisher, Waltham, MA, USA) and were used to normalize thiol concentrations to
adjust for any changes in cell number.

Measurement of H2O2 production using Amplex Red: The production of H2O2 by the glucose/GO
system in the absence and presence of MPO was assessed by measuring the conversion of Amplex Red
(10-acetyl-3,7-dihydroxyphenoxazine) to the fluorescent product resorufin, measured at λex 571 nm
and λem 585 nm. The fluorescence was measured following the addition of Amplex Red reagent
(50 µL, 100 µM Amplex Red, and 0.2 U mL−1 HRP) to a reaction mixture containing GO (20, 50, and
100 mU mL−1) without and with MPO (50 nM) in complete HBSS (50 µL) after incubation for 30 and
60 min. Samples containing MPO were filtered through 10,000 Da molecular weight cut-off filters
by centrifugation (10,000× g for 5 min at 4 ◦C) to remove MPO prior to the addition of Amplex Red.
Control reactions were also performed using glucose-free HBSS. Reagent H2O2 (3%, 0.88 M stock) was
used to prepare a standard curve.

Measurement of HOCl production by R19-S: The formation of HOCl by the glucose/GO/MPO
system was assessed using the conversion of the pro-fluorescent probe R19-S to its fluorescent product,
R19, measured at λex 515 nm and λem 550 nm as described previously [31]. The fluorescence was
measured at different time points (0–60 min) following the addition of R19-S (50 µL, 500 µM) to a
reaction mixture containing MPO (50 nM), with or without GO (50 mU mL−1) and SCN− (200 µM) in
complete HBSS (final volume 50 µL). Reagent HOCl was used to prepare a standard curve, following
standardization of the HOCl concentration by measuring its UV absorbance at 292 nm at pH 11,
and using an extinction coefficient of 350 M−1 cm−1 [32].

Quantitative real-time polymerase chain reaction (qPCR): J774A.1 cells (5 × 105) in 24 well
plates were treated with 500 µL complete HBSS, or complete HBSS containing GO, GO/MPO,
or GO/MPO/SCN−, as described above for the R19-S assay, for 1 h at 37 ◦C before washing with
complete HBSS and re-incubating in DMEM for 24 h. Total RNA was extracted using the RNeasy Kit
(Qiagen, Germantown, MD, USA), and genomic DNA was removed using RNAse Free DNase (Qiagen)
before reverse transcription using a SensiFAST cDNA Synthesis Kit (Nordic Biosite, Täby, Sweden).
Real-time PCR was performed on a 7900HT Fast Real-Time PCR System (Applied Biosystems) under
the following thermal cycling conditions: 95 ◦C for 5 min, then 95 ◦C for 30 s, 60 ◦C for 30 s, and 72 ◦C
for 30 s for 40 cycles, followed by 95 ◦C for 1 min and 55 ◦C for 1 min. A melt curve step consisting
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of stepwise temperature increases of 0.5 ◦C every 5 s beginning at 65 ◦C and ending at 95 ◦C was
performed. The primer sequences are reported in Table S1. Relative mRNA concentrations of the genes
of interest were normalized to 18S ribosomal RNA (18S), beta-2 microglobulin (B2M), and TATA-box
binding protein (TBP) housekeeping genes. Data analysis was carried out using the 2−∆∆CT method.

Western blotting: For studies on the translocation of nuclear factor erythroid 2-related factor
2 (Nrf2) and c-JUN, J774A.1 cells (2 × 106) in 6-well plates were treated as for the R19-S experiments
but with the enzyme mixtures contained in a final volume of 2000 µL, for 1 h at 37 ◦C before washing
with complete HBSS and re-incubation in DMEM for 24 h. Cells from two wells were pooled for
analysis. Cytoplasmic and nucleic protein were extracted using commercial NE-PER™Nuclear and
Cytoplasmic Extraction Reagents (Thermo Fisher, Waltham, MA, USA) following the manufacturer’s
protocol. Protein (10 µg) was separated by SDS-PAGE using NuPAGE 4–12% Bis-Tris gels (Thermo
Fisher) at 200 V for 35 min, and transferred onto a polyvinylidene fluoride (PVDF) membrane (Thermo
Fisher) at 20 V for 7 min. Membranes were blocked with 1% (w/v) bovine serum albumin (BSA)
in TBST (0.1% Tween-20 in Tris-buffered saline) for 1 h at 21 ◦C, washed three times in TBST for
5 min, and then incubated with primary antibodies overnight at 4 ◦C: anti-Nrf2 (No. ab31163, Abcam,
dilution 1:200), anti-c-JUN (No. 702170, Thermo Fisher, dilution 1:250), anti-TATA (No. ab818, Abcam,
dilution 1:1000), and anti-β-actin (No. MAB8929, R&D, dilution 1:5000). The membranes were washed
three times in TBST and incubated in HRP-conjugated anti-mouse (1:2000, No. NXA931, VWR) or
anti-rabbit (1:2000, No. 7074S, BioNordika, Herlev, Denmark) IgG secondary antibodies for 1 h at 21 ◦C.
The membrane was washed a further three times in TBST and imaged using SuperSignal™West Pico
PLUS Chemiluminescent Substrate (Thermo Fisher) using a Sapphire Biomolecular Imager (Azure
Biosystems, Dublin, CA, USA). Band densities of cytoplasmic and nucleic protein were normalized to
the loading control proteins β-actin and TATA, respectively.

Statistical analyses: Statistical analyses were performed using GraphPad Prism software 8, using
1-way and 2-way ANOVA tests with post-hoc analysis as detailed in the figure legends. Differences
with p < 0.05 were taken as significant.

3. Results

3.1. Myeloperoxidase (MPO) Modulates the Extent of Glucose/GO-Induced J774A.1 Cell Death

Initial studies were performed using the MTS assay to quantify changes in metabolic activity as a
measure of cell viability, on exposure of the J774A.1 cells (1× 105) to a range of GO (0–200 mU mL−1) and
MPO (0–100 nM) concentrations and treatment times, in the presence of complete HBSS, which contained
glucose (5.6 mM) and Cl− (140 mM). Treatment of the J774A.1 cells with the glucose/GO system in the
absence of MPO induced a loss of metabolic activity in a dose- and time-dependent manner, which was
significant in experiments with ≥50 GO mU mL−1 and 1 h or 4 h incubation (Figure 1A,B, Figure S1).
The extent of loss in metabolic activity was greater after 4 h incubation, with a significant change
compared to non-treated cells seen with 20 mU mL−1 GO (Figure 1B, Figure S1). No change in metabolic
activity was seen in cells exposed to GO in HBSS without glucose for 1 h or 4 h, indicating that the
toxicity was associated with H2O2 generation (Figure S1). Similarly, there was no change in metabolic
activity in experiments with MPO in the absence of GO, presumably due to the absence of significant
concentrations of H2O2 formation, the substrate for MPO (Figure S1).
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Figure 1. Myeloperoxidase (MPO) prevents glucose oxidase (GO)-induced macrophage cell death.
(A,B) J774A.1 cells were treated with GO (20–100 mU mL−1) in complete HBSS, and different amounts
of MPO (0, black bars; 20 nM, grey bars; 50 nM, white bars) for (A) 1 h or (B) 4 h before re-incubation in
MTS-containing cell media for a further 4 h. (C) J774A.1 cells were treated with GO (50 mU mL−1) in
the absence or presence of MPO (50 nM) in complete HBSS containing glucose for 1 h (black bars) or 4 h
(grey bars) before re-incubation for 24 h and measuring LDH release. The cell integrity was determined
by expressing the LDH released into the supernatant as a percentage of the total LDH. (D) J774A.1
cells (1 × 105, black bars; 5 × 104, grey bars) were incubated in complete HBSS with GO (50 mU mL−1),
GO/MPO (50 nM), or GO/MPO/SCN− (200 µM) for 1 h at 37 ◦C before re-incubation in cell media
with MTS for 4 h. Data represent the mean ± S.E.M from three independent experiments. * shows
a significant difference (p < 0.05) compared to the non-treated cells; # shows a significant difference
(p < 0.05) compared to the glucose/GO groups (in A, B and D), or between the two groups indicated (in
C); ∆ shows a significant difference (p < 0.05) compared to the GO/MPO group, by a 2-way ANOVA
with a Tukey’s multiple comparison test.

The addition of MPO to the cells in the presence of the glucose/GO system to promote the
formation of HOCl resulted in either no change (with 20 or 200 mU mL−1 GO) or an increase (with
50 mU mL−1 GO) in the metabolic activity compared to that seen in the cells treated only with
glucose/GO (Figure 1A,B, Figure S1). The ability of MPO to modulate the GO-induced loss in metabolic
activity was also dependent on the MPO concentration (Figure 1). No evidence was obtained for a
greater loss in metabolic activity in the J774A.1 cells on the addition of MPO to the enzymatic GO
system, above that seen with GO alone, under any of the conditions examined, in contrast to previous
studies [14,20].

To confirm that the changes in metabolic activities were related to viability, LDH assays were
performed to assess cell lysis. The J774A.1 cells were exposed to the glucose/GO system (50 mU mL−1

GO) with and without the addition of MPO (20 and 50 nM) for 1 h or 4 h. In this case, the cells were
washed to remove the enzymes, and re-incubated for 24 h in complete cell media, before LDH release
was measured. The formation of H2O2 by GO resulted in a significant decrease in cell integrity, with a
much higher extent of LDH release, consistent with increased levels of cell lysis after 4 h treatment
compared to 1 h (Figure 1C). This cell lysis was attenuated by the addition of MPO in a dose- and
time-dependent manner with the cell integrity returning to the levels observed in the non-treated,
control cells in experiments with 50 nM MPO (Figure 1C).
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3.2. Effect of Supplementation with SCN− on Glucose/GO/MPO-Induced Cell Death.

Given the previous data showing that SCN− is able to modulate the extent of MPO-induced cellular
damage [14,19,20], these studies were extended to examine the ability of SCN− to influence the alteration
of metabolic activity seen in the J774A.1 cells on exposure to the glucose/GO/MPO system. In these
experiments, the effect of altering the ratio of oxidant to cell was also examined by comparing the
metabolic activity from experiments with different cell numbers (1 × 105 and 5 × 104 cells). A significant
loss in metabolic activity was observed on exposure of the J774A.1 cells to the glucose/GO system after
1 h, which was comparable in experiments with both cell densities (Figure 1D). The loss in metabolic
activity was attenuated by the presence of MPO, though in this case, the effect was dependent on the
density of cells used, and did not return completely to the levels seen in the control cells in experiments
with a lower cell density (Figure 1D). The addition of SCN− to the J774A.1 cells had no effect on the
ability of MPO to modulate the change in metabolic activity in the cells exposed to glucose/GO at the
higher cell density (1 × 105 cells). However, there was a significant decrease in the modulatory effect of
MPO in the presence of SCN− in the experiments with a lower cell number (5 × 104), where the ratio of
oxidant:cell was greater (Figure 1D).

3.3. Production of H2O2 and HOCl by the Glucose/GO/MPO System

To further examine the cellular effects of the glucose/GO/MPO system, the production of H2O2

was quantified using Amplex Red. A dose- and time-dependent increase in the production of H2O2

was observed on the addition of GO (20, 50, and 100 mU mL−1) to complete HBSS containing
glucose (Figure 2A). The production of H2O2 was dependent on the presence of glucose in the
HBSS, and decreased on the addition of MPO (50 nM; Figure 2A), consistent with the conversion
of H2O2 to HOCl. Care was taken to remove the MPO prior to quantification of H2O2 to avoid the
peroxidase reaction of MPO with the Amplex Red substrate. The formation of HOCl was assessed
using the fluorescent probe R19-S (Figure 2B). The non-fluorescent, R19-S probe reacts with HOCl
to give a fluorescent product, R19, which can be quantified [31]. A time-dependent increase in the
R19 fluorescence was observed on the addition of MPO (50 mM) to a reaction mixture containing
GO (50 mU mL−1) in complete HBSS, consistent with the formation of a HOCl (10 µM; Figure 2B).
In contrast, there was minimal increase in fluorescence in the experiments with glucose/GO in the
absence of MPO. Inclusion of SCN− (200 µM) into the complete glucose/GO/MPO system resulted in
a significant decrease in the rate and extent of fluorescence when compared to the system without
this anion (Figure 2B). This can be attributed to a decrease in HOCl production and the formation of
HOSCN, which is poorly reactive with R19-S [31].

3.4. Pathways Involved in Alteration of H2O2-Induced Cell Damage by MPO

The ability of MPO and SCN− to modulate cellular damage induced by H2O2 produced by
glucose/GO was examined further by using qPCR to assess changes in the expression of genes
associated with stress and antioxidant responses including genes associated with activation of Nrf2.
J774A.1 cells were exposed to either GO (50 mU mL−1), GO with MPO (50 nM), or GO/MPO with
SCN− (200 µM) in complete HBSS. Evidence was obtained for a significant increase in the expression
of heme oxygenase 1 (HMOX1) in experiments with GO, which was significantly reduced in the
presence of MPO, regardless of whether SCN− was present, but still remained elevated compared to
the non-treated cells (Figure 3A). An increase in the mRNA expression of glutathione synthetase (GS)
and glutathione peroxidase 1 (GPx1) was also observed on the exposure of the cells to the GO system,
which was attenuated by the presence of MPO (and SCN−) (Figure 3E,H).
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Figure 2. The production of H2O2 and HOCl by the GO/MPO enzymatic system. (A) The formation
of H2O2 was assessed using the Amplex Red reagent (100 µM Amplex Red and 0.2 U mL−1 HRP) in
reaction mixtures containing GO (20, 50, and 100 mU mL−1) in complete HBSS after 30 and 60 min by
measuring resourfin fluorescence at λex 571 nm and λem 585 nm. Samples containing GO (50 mU mL−1)
and MPO (50 nM) were also examined. (B) HOCl was assessed using the R19-S probe (250 µM) in
reaction mixtures containing GO (50 mU mL−1) and MPO (50 nM) in the absence and presence of SCN−

(200 µM) in HBSS containing glucose (5.6 mM). Fluorescence was measured using λex 515 nm and
λem 550 nm at different time points (0–60 min), with GO (circle, solid line), GO/MPO (solid symbol,
solid line), and GO/MPO/SCN− (open square, dashed line). Data represent mean ± S.E.M from three
independent experiments.
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Figure 3. The effect of the GO/MPO enzymatic systems on antioxidant gene expression. J774A.1 cells
(5 × 105) were incubated in HBSS containing glucose (5.6 mM) (black bars), with GO (50 mU mL−1,
grey bars), GO/MPO (50 nM, white bars), or GO/MPO/SCN− (200 µM, hatched bars) for 1 h at 37 ◦C
before re-incubation in cell media for 24 h. Expression of antioxidant genes, HMOX1 (A), SOD2 (B),
GCLc (C), GCLm (D), GS (E), NQO1 (F), GSTP1 (G), and GPx1 (H) was measured using qPCR. Data
are expressed as the fold change compared to the non-treated group following normalization to the
housekeeping genes TBP, 18s, and B2M and are represented as the mean ± SEM from three independent
experiments. * shows a significant difference (p < 0.05) compared to the non-treated (HBSS) group;
# shows a significant difference (p < 0.05) compared to cells treated with the GO system in the absence
of MPO; ∆ shows a significant difference (p < 0.05) compared to cells treated with the GO/MPO systems
by 1-way ANOVA and Tukey’s multiple comparison test.

In contrast, treatment of the J774A.1 cells with the glucose/GO system in the absence of MPO
resulted in a significant decrease in the expression of SOD2; this was partly attenuated in the presence
of MPO, but decreased further on the addition of MPO and SCN− (Figure 3B). There was no change in
the expression of other antioxidant genes including the glutamate–cysteine ligase catalytic subunit
(GCLc), glutamate–cysteine ligase modifier subunit (GCLm), glutathione S–transferase Pi 1 (GSTP1)
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or NAD(P)H: quinone oxidoreductase (NQO1) on exposure of the cells to the GO system. However,
the addition of MPO resulted in a significant elevation in the expression of NQO1, which was attenuated
by the presence of SCN−, suggesting that the production of HOCl is responsible for the alteration in the
expression of this gene (Figure 3F). The addition of MPO also resulted in a significant decrease in the
expression of GCLc (Figure 3C) and GCLm (Figure 3D) compared to the HBSS control or glucose/GO
treated cells, respectively.

In light of the evidence for some alteration in the expression of genes associated with GSH
biosynthesis, these studies were extended to examine the effects of the enzyme treatments on intracellular
thiol levels using ThioGlo 1 under analogous experimental conditions. No significant change in the
levels of intracellular thiols were observed on treating the J774A.1 cells with GO (50 mU mL−1) in the
absence or presence of MPO (20 and 50 nM) for 1 h in complete HBSS, followed by 24 h re-incubation
in cell media (Figure S2). Additional experiments were also performed to examine the induction and
nuclear translocation of Nrf2 and c-JUN, which are known to regulate the expression of antioxidant
genes [33,34]. The J774A.1 cells were exposed to the GO, GO/MPO, and GO/MPO/SCN− systems using
the conditions described above for the qPCR experiments, before assessing the translocation of Nrf2
and c-JUN from the cytoplasm to nuclei by western blotting. There was a trend toward a decrease in
Nrf2 nuclear translocation with the GO and GO/MPO systems compared to the non-treated control
cells, but these changes were not significant (Figure 4). With c-JUN, a significant decrease in nuclear
translocation was seen on treating the cells with GO and GO/MPO, which was increased slightly by
the addition of SCN− (Figure 4). No changes were observed in the cytoplasmic levels of Nrf2 or c-JUN
on comparing each enzymatic system to the non-treated, HBSS control (Figure S3).
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Figure 4. Exposure of J774A.1 cells to the GO/MPO enzymatic system suppressed the translocation of
c-JUN. J774A.1 cells (2 × 106) were incubated in HBSS containing glucose (5.6 mM) (black bars), with GO
(50 mU mL−1), GO/MPO (50 nM), or GO/MPO/SCN− (200 µM) for 1 h at 37 ◦C before re-incubation
in cell media for 24 h. The nuclear protein was extracted using a commercial kit and 10 µg protein
was loaded. TATA was used as a loading control. Images are representative of three independent
experiments (A). Panels B and C show the densitometry analysis of Nrf2 (B) and c-JUN (C) following
normalization to TATA. Data are expressed as the fold change compared to the respective non-treated
group. * shows a significant difference (p < 0.05) compared to the non-treated control groups by 1-way
ANOVA with a Dunnett’s multiple comparison test.

4. Discussion

There is significant interest in the development of new therapeutic strategies to modulate the
production of HOCl from MPO in light of the key role of this oxidant in the development of numerous
chronic inflammatory pathologies [2]. Therefore, in this study, we employed an enzymatic glucose/GO
system in combination with MPO to examine the effects of a continuous flux of H2O2 compared to
HOCl on macrophage cell function, and establish how this is perturbed by supplementation with
SCN−. However, our data are consistent with a modulatory, rather than damaging, role for MPO.
Thus, the generation of HOCl by MPO was associated with a decreased extent of macrophage damage
compared to that induced by the H2O2 produced by glucose/GO. Moreover, decreasing the production
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of HOCl by the addition of SCN− to favor HOSCN formation could influence this effect of MPO.
These data are in contrast with previous studies with GO and MPO, where MPO increased cell death,
and SCN− had a clear protective role [14,20].

The ability of MPO to propagate or exacerbate the development of chronic inflammatory disease
is mainly attributed to the excessive formation of HOCl, which is cytotoxic and highly damaging to
both bacterial and mammalian cells [1,2,4]. A large number of studies have provided evidence for
the disruption of key cellular functions and signaling pathways on the exposure of many different
mammalian cell types to reagent HOCl, added as a bolus to cells in balanced salt solutions or cell media
(reviewed in [11]). However, to better mimic the oxidative burst at inflammatory sites, it is also relevant
to consider the cellular effects of a flux of HOCl (and other oxidants) generated enzymatically. To this
end, experimental models have been developed that utilize the glucose/GO/MPO system [14,20,22,28].
In this system, physiologically relevant concentrations of glucose and Cl− are provided by performing
studies in a balanced salt solution such as complete HBSS. This enables the continuous generation of
H2O2 from GO, which is converted to HOCl in the presence of MPO and/or HOSCN when SCN− is
also present [14,20].

Exposure of J774A.1 macrophages to the glucose/GO system resulted in a dose- and time-dependent
loss in cell viability, as assessed by measuring metabolic activity with the MTS assay or determining
the extent of leakage of LDH, 24 h post-treatment. The loss in viability seen with GO was dependent
on the presence of glucose, supporting a damaging role for H2O2 production. The J774A.1 cells were
exposed to between 200–300 µM H2O2, depending on the concentration of GO used. The concentration
of H2O2 formed over 1 h with 50 mU mL−1 GO compared well with the theoretical flux of 5 µM min−1

H2O2 calculated on the basis of the enzymatic units of GO used. The rate of generation of H2O2 was
more rapid with higher concentrations of GO (100 mU mL−1), but the concentration of the oxidant
appeared to reach a plateau at ca. 300 µM on quantification at 1 h. A comparable loss in cell viability
has been reported previously in J774A.1 cells exposed to the same concentration of GO [35]. It could be
helpful in future studies to assess the effects of the addition of catalase, rather than MPO, as a means to
modulate the toxicity of glucose/GO.

The addition of MPO did not enhance, but rather, decreased, the extent of GO-induced cell death
in experiments with a range of GO and MPO concentrations. This effect of MPO was partially reversed
on supplementation of the cells with SCN− (200 µM), which decreased HOCl production in favor of the
generation of HOSCN. In this study, GO, MPO, and SCN− (if applicable) were added to cells together
in complete HBSS (containing glucose and Cl−). It is therefore likely that oxidant generation (H2O2,
HOCl, and/or HOSCN) will primarily occur externally to the cell under these conditions. This may
have a significant impact on the resulting cell effects as the lower reactivity of H2O2 and HOSCN,
when compared to HOCl, is likely to result in these being able to penetrate into the cells (via passive
diffusion) and exert cellular effects. The relative uptake of H2O2 compared to HOSCN has not been
examined, but is likely to be slower for HOSCN as the pKa is 5.3, which would favor the presence
of hypothiocyanite (−OSCN) at pH 7.4 [36]. In contrast, the high reactivity (and hence very limited
diffusion radius) of HOCl, is likely to result in very limited or no cellular penetration, with the reaction
occurring primarily in the extracellular milieu or at the cell surface. The modulatory effect of MPO on
the effects of the glucose/GO system could reflect a change from internal (with H2O2 and HOSCN)
oxidative events to extracellular reactions with HOCl, and hence altered cellular susceptibility to
oxidative damage.

These data are in contrast with previous studies using this enzymatic model with other cell types
where MPO increased cell death, and a protective effect of SCN− was observed [14,20]. Of note, a higher
concentration of MPO was employed (1 U mL−1 [20] and 5 U mL−1 [14]) compared to that used in the
current study (typically 50 nM, equivalent to ca. 9 mU mL−1 MPO), which may result in exposure of
the cells to a greater concentration of HOCl. Thus, although the production of HOCl will be dependent
on the flux of H2O2, it is possible that a higher concentration of MPO will result in less inactivation
of the MPO by HOCl. This may be relevant in our studies as the amount of HOCl detected (10 µM)
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is lower than the H2O2 consumed (110 µM) on the addition of MPO, where the HOCl concentration
reaches a plateau (after 30 min). This may contribute, at least in part, to the differences observed,
given that the dose of oxidant per cell is known to influence the extent of cell death (reviewed in [11]).
In addition, there are likely to be differences in the site of HOCl generation, resulting from alterations
in MPO localization. For example, in the previous experiments with human lung epithelial Calu-3 cells,
mouse neuroblastoma Neuro2a cells, mouse pancreatic β Min6 cells, and human aortic endothelial
cells, the cells were incubated with MPO for 1 h prior to the addition of GO to initiate the formation of
H2O2 [20]. MPO readily binds to the surface of many different cells, which can affect cellular function
independently of its catalytic activity (e.g., [37–39]). With red blood cells, binding was prevented by
pre-treatment of MPO with HOCl due to a decrease in the positive charge on MPO arising from the
modification of Lys residues [37]. This suggests that MPO binding might be disfavored on co-treatment
of the cells together with GO/MPO. Moreover, MPO binding to the cell surface can also facilitate its
internalization by cells. Thus, MPO binding to the mannose-6-phosphate receptor has been reported
to result in subsequent lysosomal accumulation [40]. Other studies have provided evidence for both
cytoplasmic and nuclear accumulation of MPO [39]. In each case, the MPO retains its catalytic activity,
which is likely to favor intracellular HOCl formation, although some cellular effects appear to be
unrelated to oxidant generation [39,40].

A differential ability of cells to detoxify oxidants, particularly H2O2 and HOSCN, which are less
reactive than HOCl [2,4], may also contribute to the differences in the data reported here, compared to
previous studies with other cell types. Thus, in studies where human bronchial epithelial 16HBE
cells were treated with glucose/GO/MPO, the cells were cultured with media containing selenium
methylselenocysteine (100 nM), which promotes the synthesis and activity of antioxidant selenoprotein
enzymes including TrxR [14]. TrxR utilizes NADPH to convert oxidized thioredoxin to reduced
thioredoxin, and as such, plays an integral role in oxidant detoxification and redox regulation in cells
(reviewed in [41]). TrxR is an important mechanism by which mammalian cells detoxify HOSCN
to decrease cytotoxicity and is postulated to account for the cellular protection seen on the addition
of SCN− to the glucose/GO/MPO system [14]. In our study, the cells were not cultured with any
selenium-containing compound to elevate selenoprotein synthesis. In addition, the J774A.1 cell line is
reported to have a decreased TrxR activity compared to that seen in other cell lines [23]. This could
result in J774A.1 cells having a greater sensitivity to H2O2 and HOSCN compared to other cell types.

The modulatory effect of MPO against glucose/GO-mediated J774A.1 macrophage damage may
reflect an adaptive response in the cells triggered by exposure to a low concentration of HOCl,
rather than simply by decreasing the concentration of H2O2. This is supported by the observation
that the concentration of H2O2 produced in the presence of MPO is only ~40 µM lower than that seen
with the glucose/GO system alone after 1 h incubation in a cell-free system (Figure 2A). Moreover,
supplementation with SCN−, which significantly decreased HOCl formation, could decrease this
modulatory effect under some experimental conditions (Figure 1D). SCN− decreases HOCl by acting
as a competitive substrate for MPO and by directly scavenging HOCl [7]. Recent studies with cumulus
oocytes demonstrated a similar ability of MPO (40 nM) to prevent H2O2-induced cell death [42]. In this
case, the modulatory role of MPO was observed in experiments where the oocytes were exposed to
low concentrations (10 µM) of HOCl, which resulted in the inactivation of caspase 3 in the absence of
cell death [42]. The HOCl-dependent decrease in caspase 3 activity resulted in a decrease in the extent
of apoptosis seen on exposure to H2O2 alone [42].

To better understand the mechanisms responsible for the protective role of MPO against
glucose/GO-mediated cellular damage, we examined antioxidant gene expression and signaling
pathways. Exposure of the J774A.1 cells to glucose/GO in the absence or presence of MPO resulted in
some differences in the mRNA expression of individual antioxidant genes including HMOX1, SOD2,
GCLc, GCLm, GS, NQO1, and GPx1, which in some cases, was also affected by SCN−. However,
overall, the pattern of antioxidant gene expression observed under different treatment conditions was
not consistent with alterations in Nrf2 activation. Treating the cells with glucose/GO/MPO resulted in
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a significant increase in the expression of NQO1, which was not seen in experiments with glucose/GO
alone, or when SCN− was added. This is attributed to the exposure of the cells to a low, sub-lethal,
flux (10 µM) of HOCl and was not observed in experiments with J774A.1 cells treated with higher
concentrations (50 µM) of reagent HOCl [27]. It will be important in future studies to examine
alterations in gene expression in experiments with sub-lethal bolus concentrations HOCl (<20 µM).

It is not clear whether the elevation in NQO1 gene expression is responsible for the modulatory role
of MPO on glucose/GO-induced cell lysis and loss of metabolic activity. NQO1 can provide protection
against oxidative stress through various pathways, in addition to its role in quinone reduction [43].
NQO1 can reduce superoxide radicals, which may be important when SOD levels are low. However,
the rate constant for this reaction is slow, and this pathway is unlikely to be relevant here as no
superoxide radical generating system was used [44]. NQO1 is also involved in the stabilization of
proteins with functional and transcriptional effects and can affect protein translation by binding to
mRNA [44]. This is suggested to have a protective function and could potentially promote cellular
survival. However, the pathway responsible for the upregulation of NQO1 mRNA expression in this
study has not been established. NQO1 is highly inducible by multiple cellular stressors and can be
upregulated independently of Nrf2 activation [43,44]. An upregulation of NQO1 has been observed
previously in murine RAW264.7 macrophages on exposure of the cells to low concentrations of HOCl,
though in this case, the change in NQO1 expression was accompanied by similar increases in the
mRNA of Nrf2 regulated genes including GCLm and HMOX1 [45]. Further work needs to be done to
assess whether the changes in NQO1 mRNA expression are associated with an upregulation of the
protein and altered enzymatic activity.

5. Conclusions

In summary, MPO was able to attenuate the cell death induced by the enzymatic formation of
H2O2 by glucose/GO, which may be related to the ability of HOCl to upregulate the expression of
antioxidant genes like NQO1 in a manner independent of Nrf2 and c-JUN activation. Supplementation
with SCN− could reverse this modulatory effect, which appears to be associated with a decrease in
HOCl production and elevation in HOSCN formation, though the latter was not quantified. This study
provides evidence in support of a potential modulatory role for MPO on the extent of cellular damage
attributed to the production of low amounts of HOCl. It also highlights the need for additional
mechanistic studies to better understand the utility of SCN− as a therapeutic strategy to target
MPO-induced cellular damage in chronic inflammatory disease.
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glucose/GO/MPO enzymatic system.
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Abbreviations

18S, 18S ribosomal RNA; B2M, beta-2-microglobulin; BSA, bovine serum albumin; DMEM, Dulbecco’s modified
Eagle’s medium; GCLc, glutamate–cysteine ligase catalytic subunit; GCLm, glutamate–cysteine ligase modifier
subunit; GO, glucose oxidase; GPx1, glutathione peroxidase 1; GS, glutathione synthetase; GSTP1, glutathione
S–transferase Pi 1; HBSS, Hanks balanced salt solution; HMOX1, heme oxygenase 1; HOCl, hypochlorous
acid; HOSCN, hypothiocyanous acid; LDH, lactate dehydrogenase; MPO, myeloperoxidase; MTS,
3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium); NQO1, NAD(P)H
quinone oxidoreductase; Nrf2, erythroid 2-related factor; SCN−, thiocyanate; SOD2, mitochondrial superoxide
dismutase 2; TBP, TATA-box binding protein; TrxR, thioredoxin reductase.

References

1. Klebanoff, S.J. Myeloperoxidase: Friend and foe. J. Leukoc. Biol. 2005, 77, 598–625. [CrossRef] [PubMed]
2. Davies, M.J.; Hawkins, C.L. The role of myeloperoxidase in biomolecule modification, chronic inflammation,

and disease. Antioxid. Redox Signal. 2020, 32, 957–981. [CrossRef]
3. Daugherty, A.; Dunn, J.L.; Rateri, D.L.; Heinecke, J.W. Myeloperoxidase, a catalyst for lipoprotein oxidation,

is expressed in human atherosclerotic lesions. J. Clin. Investig. 1994, 94, 437–444. [CrossRef] [PubMed]
4. Davies, M.J.; Hawkins, C.L.; Pattison, D.I.; Rees, M.D. Mammalian heme peroxidases: From molecular

mechanisms to health implications. Antioxid. Redox Signal. 2008, 10, 1199–1234. [CrossRef] [PubMed]
5. Van Dalen, C.J.; Whitehouse, M.W.; Winterbourn, C.C.; Kettle, A.J. Thiocyanate and chloride as competing

substrates for myeloperoxidase. Biochem. J. 1997, 327, 487–492. [CrossRef]
6. Chandler, J.D.; Day, B.J. Biochemical mechanisms and therapeutic potential of pseudohalide thiocyanate in

human health. Free Radic. Res. 2015, 49, 695–710. [CrossRef]
7. Ashby, M.T.; Carlson, A.C.; Scott, M.J. Redox buffering of hypochlorous acid by thiocyanate in physiologic

fluids. J. Am. Chem. Soc. 2004, 126, 15976–15977. [CrossRef]
8. Pattison, D.I.; Davies, M.J.; Hawkins, C.L. Reactions and reactivity of myeloperoxidase-derived oxidants:

Differential biological effects of hypochlorous and hypothiocyanous acids. Free Radic. Res. 2012,
46, 975–995. [CrossRef]

9. Day, B.J. The science of licking your wounds: Function of oxidants in the innate immune system.
Biochem. Pharmacol. 2019, 163, 451–457. [CrossRef]

10. Hawkins, C.L. Hypochlorous acid-mediated modification of proteins and its consequences. Essays Biochem.
2020, 64, 75–86. [CrossRef]

11. Rayner, B.S.; Love, D.T.; Hawkins, C.L. Comparative reactivity of myeloperoxidase-derived oxidants with
mammalian cells. Free Radic. Biol. Med. 2014, 71, 240–255. [CrossRef] [PubMed]

12. Barrett, T.J.; Pattison, D.I.; Leonard, S.E.; Carroll, K.S.; Davies, M.J.; Hawkins, C.L. Inactivation of
thiol-dependent enzymes by hypothiocyanous acid: Role of sulfenyl thiocyanate and sulfenic acid
intermediates. Free Radic. Biol. Med. 2012, 52, 1075–1085. [CrossRef] [PubMed]

13. Skaff, O.; Pattison, D.I.; Davies, M.J. Hypothiocyanous acid reactivity with low-molecular-mass and protein
thiols: Absolute rate constants and assessment of biological relevance. Biochem. J. 2009, 422, 111–117.
[CrossRef] [PubMed]

14. Chandler, J.D.; Nichols, D.P.; Nick, J.A.; Hondal, R.J.; Day, B.J. Selective metabolism of hypothiocyanous acid
by mammalian thioredoxin reductase promotes lung innate immunity and antioxidant defense. J. Biol. Chem.
2013, 288, 18421–18428. [CrossRef]

15. Love, D.T.; Guo, C.; Nikelshparg, E.I.; Brazhe, N.A.; Sosnovtseva, O.; Hawkins, C.L. The role of the
myeloperoxidase-derived oxidant hypothiocyanous acid (HOSCN) in the induction of mitochondrial
dysfunction in macrophages. Redox Biol. 2020, 36, 101602. [CrossRef]

16. Lloyd, M.M.; Grima, M.A.; Rayner, B.S.; Hadfield, K.A.; Davies, M.J.; Hawkins, C.L. Comparative reactivity
of the myeloperoxidase-derived oxidants hypochlorous acid and hypothiocyanous acid with human coronary
artery endothelial cells. Free Radic. Biol. Med. 2013, 65, 1352–1362. [CrossRef]

17. Lloyd, M.M.; Van Reyk, D.M.; Davies, M.J.; Hawkins, C.L. HOSCN is a more potent inducer of
apoptosis and protein thiol depletion in murine macrophage cells than HOCl or HOBr. Biochem. J.
2008, 414, 271–280. [CrossRef]

http://dx.doi.org/10.1189/jlb.1204697
http://www.ncbi.nlm.nih.gov/pubmed/15689384
http://dx.doi.org/10.1089/ars.2020.8030
http://dx.doi.org/10.1172/JCI117342
http://www.ncbi.nlm.nih.gov/pubmed/8040285
http://dx.doi.org/10.1089/ars.2007.1927
http://www.ncbi.nlm.nih.gov/pubmed/18331199
http://dx.doi.org/10.1042/bj3270487
http://dx.doi.org/10.3109/10715762.2014.1003372
http://dx.doi.org/10.1021/ja0438361
http://dx.doi.org/10.3109/10715762.2012.667566
http://dx.doi.org/10.1016/j.bcp.2019.03.013
http://dx.doi.org/10.1042/EBC20190045
http://dx.doi.org/10.1016/j.freeradbiomed.2014.03.004
http://www.ncbi.nlm.nih.gov/pubmed/24632382
http://dx.doi.org/10.1016/j.freeradbiomed.2011.12.024
http://www.ncbi.nlm.nih.gov/pubmed/22248862
http://dx.doi.org/10.1042/BJ20090276
http://www.ncbi.nlm.nih.gov/pubmed/19492988
http://dx.doi.org/10.1074/jbc.M113.468090
http://dx.doi.org/10.1016/j.redox.2020.101602
http://dx.doi.org/10.1016/j.freeradbiomed.2013.10.007
http://dx.doi.org/10.1042/BJ20080468


Antioxidants 2020, 9, 1255 13 of 14

18. Pan, G.J.; Rayner, B.S.; Zhang, Y.; van Reyk, D.M.; Hawkins, C.L. A pivotal role for NF-kappaB
in the macrophage inflammatory response to the myeloperoxidase oxidant hypothiocyanous acid.
Arch. Biochem. Biophys. 2018, 642, 23–30. [CrossRef]

19. Wagner, B.A.; Reszka, K.J.; McCormick, M.L.; Britigan, B.E.; Evig, C.B.; Burns, C.P. Role of thiocyanate,
bromide and hypobromous acid in hydrogen peroxide-induced apoptosis. Free Radic. Res. 2004,
38, 167–175. [CrossRef]

20. Xu, Y.; Szep, S.; Lu, Z. The antioxidant role of thiocyanate in the pathogenesis of cystic fibrosis and other
inflammation-related diseases. Proc. Natl. Acad. Sci. USA 2009, 106, 20515–20519. [CrossRef]

21. Vanichkitrungruang, S.; Chuang, C.Y.; Hawkins, C.L.; Davies, M.J. Myeloperoxidase-derived damage to
human plasma fibronectin: Modulation by protein binding and thiocyanate ions (SCN−). Redox Biol. 2020,
36, 101641. [CrossRef]

22. Cai, H.; Chuang, C.Y.; Hawkins, C.L.; Davies, M.J. Binding of myeloperoxidase to the extracellular matrix of
smooth muscle cells and subsequent matrix modification. Sci. Rep. 2020, 10, 666. [CrossRef]

23. Chandler, J.D.; Min, E.; Huang, J.; McElroy, C.S.; Dickerhof, N.; Mocatta, T.; Fletcher, A.A.; Evans, C.M.;
Liang, L.; Patel, M.; et al. Antiinflammatory and antimicrobial effects of thiocyanate in a cystic fibrosis mouse
model. Am. J. Respir. Cell. Mol. Biol. 2015, 53, 193–205. [CrossRef]

24. Morgan, P.E.; Laura, R.P.; Maki, R.A.; Reynolds, W.F.; Davies, M.J. Thiocyanate supplementation decreases
atherosclerotic plaque in mice expressing human myeloperoxidase. Free Radic. Res. 2015, 49, 743–749.
[CrossRef] [PubMed]

25. Zietzer, A.; Niepmann, S.T.; Camara, B.; Lenart, M.A.; Jansen, F.; Becher, M.U.; Andrie, R.; Nickenig, G.;
Tiyerili, V. Sodium thiocyanate treatment attenuates atherosclerotic plaque formation and improves
endothelial regeneration in mice. PLoS ONE 2019, 14, e0214476. [CrossRef] [PubMed]

26. Liu, Y.; Burton, T.; Rayner, B.S.; San Gabriel, P.T.; Shi, H.; El Kazzi, M.; Wang, X.; Dennis, J.M.;
Ahmad, G.; Schroder, A.L.; et al. The role of sodium thiocyanate supplementation during dextran sodium
sulphate-stimulated experimental colitis. Arch. Biochem. Biophys. 2020, 692, 108490. [CrossRef] [PubMed]

27. Guo, C.; Davies, M.J.; Hawkins, C.L. Role of thiocyanate in the modulation of myeloperoxidase-derived
oxidant induced damage to macrophages. Redox Biol. 2020, 36, 101666. [CrossRef] [PubMed]

28. Mutze, S.; Hebling, U.; Stremmel, W.; Wang, J.; Arnhold, J.; Pantopoulos, K.; Mueller, S.
Myeloperoxidase-derived hypochlorous acid antagonizes the oxidative stress-mediated activation of iron
regulatory protein 1. J. Biol. Chem. 2003, 278, 49662. [CrossRef]

29. Fotakis, G.; Timbrell, J.A. In vitro cytotoxicity assays: Comparison of LDH, neutral red, MTT and protein assay
in hepatoma cell lines following exposure to cadmium chloride. Toxicol. Lett. 2006, 160, 171–177. [CrossRef]

30. Hawkins, C.L.; Morgan, P.E.; Davies, M.J. Quantification of protein modification by oxidants. Free Radic.
Biol. Med. 2009, 46, 965–988. [CrossRef]

31. Albrett, A.M.; Ashby, L.V.; Dickerhof, N.; Kettle, A.J.; Winterbourn, C.C. Heterogeneity of hypochlorous acid
production in individual neutrophil phagosomes revealed by a rhodamine-based probe. J. Biol. Chem. 2018,
293, 15715–15724. [CrossRef] [PubMed]

32. Morris, J.C. The acid ionization constant of HOCl from 5 ◦C to 35 ◦C. J. Phys. Chem. 1966,
70, 3798–3805. [CrossRef]

33. Venugopal, R.; Jaiswal, A.K. Nrf2 and Nrf1 in association with Jun proteins regulate antioxidant
response element-mediated expression and coordinated induction of genes encoding detoxifying enzymes.
Oncogene 1998, 17, 3145–3156. [CrossRef] [PubMed]

34. Levy, S.; Jaiswal, A.K.; Forman, H.J. The role of c-Jun phosphorylation in EpRE activation of phase II genes.
Free Radic. Biol. Med. 2009, 47, 1172–1179. [CrossRef] [PubMed]

35. Kang, E.S.; Kim, G.H.; Woo, I.S.; Kim, H.J.; Eun, S.Y.; Ham, S.A.; Jin, H.; Kim, M.Y.; Park, M.H.; Kim, H.J.;
et al. Down-regulation of aldose reductase renders J774A.1 cells more susceptible to acrolein- or hydrogen
peroxide-induced cell death. Free Radic. Res. 2008, 42, 930–938. [CrossRef] [PubMed]

36. Ashby, M.T.; Aneetha, H.; Carlson, A.C.; Scott, M.J.; Beal, J.L. Bioorganic chemistry of hypothiocyanite.
Phosphorus Sulfur Silicon Relat. Elem. 2005, 180, 1369–1374. [CrossRef]

37. Gorudko, I.V.; Sokolov, A.V.; Shamova, E.V.; Grigorieva, D.V.; Mironova, E.V.; Kudryavtsev, I.V.; Gusev, S.A.;
Gusev, A.A.; Chekanov, A.V.; Vasilyev, V.B. Binding of human myeloperoxidase to red blood cells: Molecular
targets and biophysical consequences at the plasma membrane level. Arch. Biochem. Biophys. 2016, 591, 87–97.
[CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.abb.2018.01.016
http://dx.doi.org/10.1080/10715760310001643302
http://dx.doi.org/10.1073/pnas.0911412106
http://dx.doi.org/10.1016/j.redox.2020.101641
http://dx.doi.org/10.1038/s41598-019-57299-6
http://dx.doi.org/10.1165/rcmb.2014-0208OC
http://dx.doi.org/10.3109/10715762.2015.1019347
http://www.ncbi.nlm.nih.gov/pubmed/25812586
http://dx.doi.org/10.1371/journal.pone.0214476
http://www.ncbi.nlm.nih.gov/pubmed/30939159
http://dx.doi.org/10.1016/j.abb.2020.108490
http://www.ncbi.nlm.nih.gov/pubmed/32721434
http://dx.doi.org/10.1016/j.redox.2020.101666
http://www.ncbi.nlm.nih.gov/pubmed/32781424
http://dx.doi.org/10.1074/jbc.M307159200
http://dx.doi.org/10.1016/j.toxlet.2005.07.001
http://dx.doi.org/10.1016/j.freeradbiomed.2009.01.007
http://dx.doi.org/10.1074/jbc.RA118.004789
http://www.ncbi.nlm.nih.gov/pubmed/30135208
http://dx.doi.org/10.1021/j100884a007
http://dx.doi.org/10.1038/sj.onc.1202237
http://www.ncbi.nlm.nih.gov/pubmed/9872330
http://dx.doi.org/10.1016/j.freeradbiomed.2009.07.036
http://www.ncbi.nlm.nih.gov/pubmed/19666106
http://dx.doi.org/10.1080/10715760802555593
http://www.ncbi.nlm.nih.gov/pubmed/19031314
http://dx.doi.org/10.1080/10426500590912664
http://dx.doi.org/10.1016/j.abb.2015.12.007
http://www.ncbi.nlm.nih.gov/pubmed/26714302


Antioxidants 2020, 9, 1255 14 of 14

38. Klinke, A.; Nussbaum, C.; Kubala, L.; Friedrichs, K.; Rudolph, T.K.; Rudolph, V.; Paust, H.J.; Schroder, C.;
Benten, D.; Lau, D.; et al. Myeloperoxidase attracts neutrophils by physical forces. Blood 2011,
117, 1350–1358. [CrossRef]

39. Haegens, A.; Vernooy, J.H.; Heeringa, P.; Mossman, B.T.; Wouters, E.F. Myeloperoxidase modulates lung
epithelial responses to pro-inflammatory agents. Eur. Respir. J. 2008, 31, 252–260. [CrossRef]

40. Yogalingam, G.; Lee, A.R.; Mackenzie, D.S.; Maures, T.J.; Rafalko, A.; Prill, H.; Berguig, G.Y.; Hague, C.;
Christianson, T.; Bell, S.M.; et al. Cellular uptake and delivery of myeloperoxidase to lysosomes promote
lipofuscin degradation and lysosomal stress in retinal cells. J. Biol. Chem. 2017, 292, 4255–4265. [CrossRef]

41. Lu, J.; Holmgren, A. The thioredoxin antioxidant system. Free Radic. Biol. Med. 2014, 66, 75–87.
[CrossRef] [PubMed]

42. Jeelani, R.; Chatzicharalampous, C.; Kohan-Ghadr, H.-R.; Bai, D.; Morris, R.T.; Sliskovic, I.; Awonuga, A.;
Abu-Soud, H.M. Hypochlorous acid reversibly inhibits caspase-3: A potential regulator of apoptosis. Free
Radic. Res. 2020, 54, 43–56. [CrossRef] [PubMed]

43. Dinkova-Kostova, A.T.; Talalay, P. NAD(P)H:quinone acceptor oxidoreductase 1 (NQO1), a multifunctional
antioxidant enzyme and exceptionally versatile cytoprotector. Arch. Biochem. Biophys. 2010, 501, 116–123.
[CrossRef] [PubMed]

44. Ross, D.; Siegel, D. Functions of NQO1 in Cellular Protection and CoQ10 Metabolism and its Potential Role
as a Redox Sensitive Molecular Switch. Front. Physiol. 2017, 8, 595. [CrossRef]

45. Woods, C.G.; Fu, J.; Xue, P.; Hou, Y.; Pluta, L.J.; Yang, L.; Zhang, Q.; Thomas, R.S.; Andersen, M.E.; Pi, J.
Dose-dependent transitions in Nrf2-mediated adaptive response and related stress responses to hypochlorous
acid in mouse macrophages. Toxicol. Appl. Pharmacol. 2009, 238, 27–36. [CrossRef]

Publisher’s Note: MDPI stays neutral with regard to jurisdictional claims in published maps and institutional
affiliations.

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1182/blood-2010-05-284513
http://dx.doi.org/10.1183/09031936.00029307
http://dx.doi.org/10.1074/jbc.M116.739441
http://dx.doi.org/10.1016/j.freeradbiomed.2013.07.036
http://www.ncbi.nlm.nih.gov/pubmed/23899494
http://dx.doi.org/10.1080/10715762.2019.1694675
http://www.ncbi.nlm.nih.gov/pubmed/31909639
http://dx.doi.org/10.1016/j.abb.2010.03.019
http://www.ncbi.nlm.nih.gov/pubmed/20361926
http://dx.doi.org/10.3389/fphys.2017.00595
http://dx.doi.org/10.1016/j.taap.2009.04.007
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Results 
	Myeloperoxidase (MPO) Modulates the Extent of Glucose/GO-Induced J774A.1 Cell Death 
	Effect of Supplementation with SCN- on Glucose/GO/MPO-Induced Cell Death. 
	Production of H2O2 and HOCl by the Glucose/GO/MPO System 
	Pathways Involved in Alteration of H2O2-Induced Cell Damage by MPO 

	Discussion 
	Conclusions 
	References

