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Abstract: Sulfoxide-damage repair mechanisms are emerging as essential for the virulence of bacterial
pathogens, and in the human respiratory pathogen Haemophilus influenzae the periplasmic MsrAB
peptide methionine sulfoxide reductase is necessary for resistance to reactive chlorine species such
as hypochlorite. Additionally, this enzyme has a role in modulating the host immune response to
infection. Here, we have analysed the enzymatic properties of MsrAB, which revealed that both
domains of the protein are catalytically active, with the turnover number of the MsrA domain being
50% greater than that for the MsrB domain. MsrAB was active with small molecular sulfoxides as
well as oxidised calmodulin, and maximal activity was observed at 30◦C, a temperature close to that
found in the natural niche of H. influenzae, the nasopharynx. Analyses of differential methionine
oxidation identified 29 outer membrane and periplasmic proteins that are likely substrates for MsrAB.
These included the LldD lactate dehydrogenase and the lipoprotein eP4 that is involved in NAD and
hemin metabolism in H. influenzae. Subsequent experiments showed that H. influenzae MsrAB can
repair oxidative damage to methionines in purified eP4 with up to 100% efficiency. Our work links
MsrAB to the maintenance of different adhesins and essential metabolic processes in the H. influenzae,
such as NAD metabolism and access to L-lactate, which is a key growth substrate for H. influenzae
during infection.

Keywords: Haemophilus influenzae; methionine sulfoxide reductase; oxidative damage; biochemical
reconstitution; extracellular proteins

1. Introduction

The pivotal role of methionine sulfoxide reductases in protecting living cells from
oxidative stress has long been recognized; however, the role of these enzymes in enhancing
the survival of bacterial pathogens in the host is still not fully understood [1–4]. Bacterial
pathogens inhabit an environment that promotes oxidative stress, in which enzymes
of the host innate immune response such as NADPH oxidase, superoxide dismutase
and myeloperoxidase produce superoxide radicals, hydrogen peroxide and hypochlorite,
respectively [5]. These reactive oxygen and chlorine species (ROS, RCS) cause damage to
DNA, lipids and proteins, and the sulfur-containing amino acids cysteine and methionine
are particularly prone to oxidation [1,5].

Oxidation of methionine residues can lead to a loss of biological function by dis-
rupting protein structure, and methionine sulfoxide reductases are required to reverse
oxidative damage to free and protein-bound methionine residues [1,2]. The cytoplasmic
peptide-methionine sulfoxide reductases MsrA and MsrB that use a thiol-based redox
relay for catalysis and reduce the S- and R-stereoisomers of methionine sulfoxide (MetSO),
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respectively, are particularly well studied [2,3,6]. However, periplasmic or outer-membrane-
associated methionine sulfoxide reductases have recently been shown to play a pivotal role
in protecting various bacterial pathogens from exogenous oxidative stress. MsrA/B-related
enzymes have been identified in Streptococcus pneumoniae, Neisseria sp., Helicobacter and
Fusobacterium [7–11], and in all cases were fusion proteins containing both an MsrA and
an MsrB domain, some of which were anchored to the cell membrane. In these pathogens,
MsrAB fusion proteins are required for full virulence, with an absence of MsrAB reducing
disease severity [8,9,12]. However, while the structural and kinetic properties of many of
these enzymes have been reported, no natural substrates have been identified to date.

In addition to these MsrA/B-related enzymes, a mononuclear molybdenum enzyme
called MsrP has been identified in E. coli, Salmonella typhimurium and some other bacteria
as essential for maintaining the function and integrity of proteins in the bacterial cell
envelope [13–15]. Unlike MsrAB-type enzymes, MsrP obtains reducing equivalents from
a membrane-bound cytochrome subunit, MsrQ, and can reduce both S- and R-MetSO
stereoisomers. MsrP was shown to be under the control of the hypochlorite-inducible
response regulator YedW in E. coli and was expressed highly in cultures challenged with
hypochlorite [13]. MsrP is also one of the rare methionine sulfoxide reductases for which
detailed information on native protein substrates is available. In addition to oxidised
calmodulin, a model, non-physiological substrate, MsrP was proposed to repair oxidative
damage to at least 20 E. coli proteins, including the periplasmic chaperone SurA and the
Pal lipoprotein [13].

We have recently characterized three enzymes involved in MetSO reduction in the
H. influenzae periplasm, the molybdenum enzymes DmsABC and MtsZ and the MsrAB
methionine sulfoxide reductase that contains both an MsrA and MsrB domain [16–19].
Both of the molybdenum-containing enzymes were able to reduce free MetSO; however,
expression levels of DmsABC were significantly lower than for MtsZ, which appears to be
the major molybdenum-dependent methionine sulfoxide reductase in H. influenzae strain
Hi2019 [17,19].

Expression of both mtsZ and msrAB was induced by exposure of the bacteria to
hypochlorite and is controlled by an extracytoplasmic function sigma factor, RpoE2, that
is conserved in H. influenzae strains. In keeping with this observation, MsrAB is required
for the hypochlorite resistance of H. influenzae [16,18]. MsrAB was also involved in host
immune response modulation, where in response to infections with an H. influenzae msrAB
strain, higher levels of expression of antimicrobial peptides were observed, while expression
of the antiapoptotic XIAP protein was reduced [18].

Here we have characterised the enzymatic properties of H. influenzae MsrAB and
identified several natural protein substrates of the enzyme that reveal a physiological
role for MsrAB in maintaining H. influenzae adhesins and enzymes involved in nutrient
acquisition.

2. Materials and Methods
2.1. Media and Bacterial Growth Conditions for E. coli and Haemophilus influenzae

E. coli DH5α (ThermoFisher, Waltham, MA, USA), E. coli Rosetta (Novagen, Madison,
WI, USA) and E. coli JM109λpir (New England Biolabs, Ispwich, MA, USA) and derivative
strains were grown on Luria-Bertani (LB) medium or 2xYT broth at 37 ◦C for 16–18 h [20].
Competent E. coli were prepared using the method of [21]. Ampicillin (100 µg/mL),
spectinomycin (50 µg/mL), chloramphenicol (60 µg/mL) and kanamycin (100 µg/mL)
were added to culture media when needed.

Brain Heart Infusion broth BBL (BD Biosciences, Franklin Lakes, NJ, USA) or agar
(Difco, Plymouth, MA, USA) or Chemically Defined Medium (CDM, RPMI 1640 supple-
mented with 7.5 mM inosine, 0.89 mM uracil, 24 mM sodium bicarbonate, 1 mM sodium
pyruvate, 25 mM HEPES pH 7.5) [22] supplemented with hemin (10 µg/mL) and NAD
(10 µg/mL) [23] were used to grow H. influenzae Hi2019 [24] and the Hi2019 msrAB [18]
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strain at 37 ◦C with 5% CO2 for 16–18 h. Kanamycin (10 µg/mL) was added to H. influenzae
media when needed.

2.2. Standard Molecular and Biochemical Methods

Standard methods were used throughout [25]. Genomic DNA, plasmid and PCR
products were isolated using the Genomic DNA mini kit (Life Technologies, Carlsbad, CA,
USA), the Purelink Plasmid DNA miniprep kit and the Purelink Quick PCR Purification
Kit (both Life Technologies, Carlsbad, CA, USA), respectively, accordingly to the manu-
facturer’s protocols. Restriction enzymes were from Life Technologies or NEB, T4 ligase
from Promega (Madison, WI, USA) or Life Technologies. SDS-PAGE used the method
of [26], desalting of protein samples used PD-10 columns (Cytiva, Marlborough, MA, USA),
and BCA protein determinations (BCA-1 kit, Sigma Aldrich, St. Louis, MO, USA) were
performed according to the manufacturer’s protocol.

2.3. Construction of Protein Expression Plasmids and Optimisation of Protein Expression Protocols

Protein expression used the pProexHtb (Invitrogen, Waltham, MA, USA) or pET22b-
plus (Novagen, Madison, WI, USA) plasmids (P4 protein expression only). Insert fragments
(msrAB, etrx, trxR, trx and the hel gene that encodes the eP4 Lipoproteins) were amplified
from Hi2019 genomic DNA by PCR (Table 1) and purified, and restriction enzyme-based
cloning was used to create the plasmids (Table 1). Plasmids were verified using PCR
screening and protein expression tests using 5 mL LB and overnight incubation after
adding 0.5 mM IPTG at the mid-exponential growth phase.

Table 1. Plasmids and Primers.

Plasmid H. influenzae 2019
Gene Loci

Plasmid Insert Generation

Primer Name Primer Sequences

pProex-Htb MsrAB C645_RS07025 Hi_msrAB_pPro_Bam_F AAAAGGATCCATGAAACTATCAAAAACATTTC

Hi_msrAB_pPro_Hind_R AAAAAAGCTTCTTATTTTTTAATGGATTGAATC

pProex-Htb-MsrAB-sp C645_RS07025 Hi_msrAB-sp_pPro_BamHI_F AAAAGGATCCATACAAAATTCAACATCATCATC

Hi_msrAB_pPro_Hind_R AAAAAAGCTTCTTATTTTTTAATGGATTGAATC

pProexHtb Hi-eTrx C645_RS08405 Hi_etrx_pPro_Bam_F AAAAGGATCCCAAACTAATTTGGCAGATGT

Hi_etrx_pPro_XbaI_R AAAACTGCAGCTTTTCATTATTTCCCT

pProexHtb Hi-TrxR C645_RS07025 Hi_trxR_pPro_BamHI F AAAAGGATCCTCAGATACCAAACACGCAAAAC

Hi_trxR_pPro_Eco R AAAAGAATTCTTAAAAGAGGGGAATTGGTTAG

pProexHtb-Hi-Trx C645_RS00695 Hi_trx_pPro_BamHI_F AAAAGGATCCAGCGAAGTATTACACATTAATGA

Hi_trx_pPro_Eco_R AAAAGAATTCCAACGATTAAATATGTTGGTTAA

pET_22_P4 C645_RS09250 HiP4_pET_Bam_F AAAAGGATCCGGGTTCACACCAAATGAAATCAGAA

HiP4_pET_SacI_R AAAAGAGCTCGCTTTACCATCCCAAGCTTGTACTGC

2.4. Protein Expression in E. coli

For expression of proteins, 100 mL LB medium in a 250 mL flask was supplemented
with the required antibiotics and inoculated with the E. coli expression strain from a fresh
overnight culture at OD600nm = 0.07, followed by incubation at 37 ◦C with shaking at
200 rpm. Large-scale expression cultures used 1 L LB medium in 2.5 L flasks. When the
cultures reached an OD600nm of 0.6–0.8, IPTG was added, and the cultures were incubated
further to allow protein production, as summarised for each protein in Table 2.

2.5. Preparation of Cell-Free Extracts

Small scale cell extracts were prepared either using Bug Buster Mastermix (Merck-
Novagen, Madison, WI, USA), as per the manufacturer instructions, or a bead beater
(Thomas Scientific, Swedesboro, NJ, U.SA; 0.1 mm glass beads, 2 mL screw-cap tube).
Bead beater lysis of up to 1 mL cell suspension used six 30 s bead beating cycles at
maximum speed. Lysates from both methods were centrifuged (22,308× g, RT, 5 min), and



Antioxidants 2022, 11, 1557 4 of 18

the supernatant (cell-free extract) was transferred to clean tubes. If required, insoluble
components were resuspended in water. For large-scale preparations, protein expression
cultures were harvested (2369× g, 4 ◦C, 30 min) and cell pellets resuspended in equilibration
buffer (20 mM NaH2PO4, 0.5 M NaCl, 20 mM imidazole, pH 7.4) and lysed by three passages
through a French press (Aminco) at 10,000 psi. Cell debris was removed by centrifugation
(30,000× g, 30 min, 4 ◦C) and the supernatant collected for further experiments.

2.6. Periplasm Preparation

Periplasmic fractions were isolated using the method of [27]. Protein expression
cultures (rMsrAB, 50 mL volume) were harvested by centrifugation (2369× g, 4 ◦C, 10 min),
washed in 50 mL 1× PBS and resuspended in 7.5 mL of ice-cold (4 ◦C) 20% sucrose/10 mM
Tris-Cl pH 7.5 before the addition of 250 µL of 0.5 M EDTA, pH 8.0. Samples were incubated
on ice for 10 min, followed by centrifugation at 2369× g at 4 ◦C for 10 min. Cell pellets were
immediately resuspended in 5 mL ice-cold water and periplasm and protoplasts separated
by centrifugation (2369× g, 4 ◦C, 10 min). The supernatant (periplasmic fraction) was
removed to a clean tube, while the protoplast pellets were lysed using a bead beater. Malate
dehydrogenase assays were used to assess the quality of the preparations, with activities in
periplasmic fractions required to be at least 20-times lower than in the cytoplasmic extract.
Malate dehydrogenase assays were performed as in [28]. Each assay (1 mL) contained 8 µL
of 25 mM oxaloacetate, 20 µL of 10 mM NADH and 5–25 µL CFE or periplasmic extracts in
100 mM potassium phosphate buffer (pH 7.5), and consumption of NADH was monitored
at 340 nm. Malate dehydrogenase activity was calculated in units/mg using the NADH
extinction coefficient (6.22 mM−1 cm−1).

2.7. Purification of Histidine-Tagged Proteins

Purification of histidine-tagged proteins used His-trap columns (5 mL column volume
(CV), Cytiva, Marlborough, MA, USA) and an AKTA FPLC System with UNICORN V3.10
control software (Cytiva, Marlborough, MA, USA). All purifications were carried out at
4 ◦C with degassed and filtered (pore size: 0.4 µM) buffers. Columns were equilibrated
using buffer A (20 mM potassium phosphate, 0.5 M NaCl, 20 mM imidazole, pH 7.4)
and eluted using buffer B (20 mM potassium phosphate, 0.5 M NaCl, 500 mM imidazole,
pH 7.4) and a 10 CV gradient from 20 mM to 500 mM imidazole. Purified recombinant
Thioredoxin (Trx) Reductase had a yellow colour, characteristic of the FAD cofactor found
in these enzymes.

2.8. Enzyme Assays

All enzyme assays used a Cary 60 (Agilent Technologies, Santa Clara, CA, USA)
equipped with a thermostated water bath. Reactions containing NAD(P)H/NAD(P) were
monitored at 340 nm using extinction coefficient: 6.22 mM−1 cm−1. Unless otherwise
stated, assays were carried out a 37 ◦C.

2.9. Thioredoxin Reductase (TrxR) Activity Assay

One millilitre assays contained 50 mM K2HPO4 buffer, pH 8.0 with 1% ethanol, 1 mM
EDTA, 3 mM 5,5′-dithiobis (2-nitrobenzoate) (DTNB), 0.2 mM of either NADPH or NADH
and 2 µM TrxR. DTNB-related absorbance changes were monitored at 412 nm [29], and
activity was calculated using an extinction coefficient of 13.6 mM−1 cm−1.

2.10. Thioredoxin Activity Assay

The thioredoxin catalysed reduction of insulin disulfide bonds that results in insulin
precipitation [30] was used to assess the reactivity of purified thioredoxins. Each reaction
contained 3 µM purified thioredoxin, 1 mM EDTA, 0.017 µM insulin and 1, 3 or 5 mM DTT
in 0.1 M K2HPO4 buffer, pH 8.0. A sample without the addition of thioredoxin was used as
a control, and reactions were monitored at 650 nm for up to 120 min.
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2.11. TrxR Thioredoxin Redox Relay Activity

In this assay, insulin disulfide bonds were reduced by thioredoxins, while oxidised
thioredoxins were re-reduced by TrxR with NADPH as the TrxR reductant. Reactions
contained 50 mM K2HPO4 buffer, pH 8.0, 6 µM thioredoxin, 3 µM thioredoxin reductase,
0.2 mM NADPH and 0.017 µM insulin; NADPH consumption was monitored at 340 nm [31].

2.12. MsrAB Assays—DTNB-Based Colourimetric Activity Assay

This endpoint assay measures the ability of MsrAB to reduce MetSO in the presence
of DTT as the reductant [32]. Reactions (100 µL volume) contained 10 mM MgCl2, 30 mM
KCl, 25 mM Tris-Cl pH 7.5, 100 µM DTT and 250 µM D/L-Met-SO and were incubated for
30 min at 37 ◦C before the addition of an equal volume of DTNB to a final concentration
of 1 mM and further incubation for 10 min at 37 ◦C. Absorbances were read at 412 nm;
reactions without enzyme were used as the blank.

2.13. NADPH-Dependent MsrAB Activity Assay

Methyl-p-tolyl sulfoxide (S/R-, S-, R- MPTS, all Sigma Aldrich, St. Louis, MO, USA)
was used as a model artificial substrate in an NADPH-depended MsrAB assay [33]. The
optimised assay contained 10 mM sulfoxide substrate, 2 µM rMsrAB, 20 µM rTrx, 5 µM
rTrxR and 0.2 mM NADPH in 50 mM sodium phosphate buffer, pH 7.5, and was carried
out at 37 ◦C. Consumption of NADPH was monitored spectrophotometrically at 340 nm.
During assay optimisation, ratios of rTrx to rTrxR of 1:1 to 6:1 were tested, and rTrx
concentrations were optimised using concentrations between 5 and 30 µM.

To determine kinetic parameters, 0.5–20 mM S/R-, 1–20 mM S- and 1–15 mM R-MPTS
were used. KM_app and Vmax_app values were determined by nonlinear regression using the
Michaelis–Menten equation using Prism 8.2.0 (GraphPad, San Diego, CA, USA). MsrAB
activity was also tested at different pH values (pH 5–10) using a combined buffer system of
20 mM Tris-Cl/20 mM Glycine/50 mM sodium phosphate. Temperature dependence of
the MsrAB reaction was determined at temperatures in the range of 15–55 ◦C and pH 7.5.

Where indicated, purified MsrAB (2 µM) was pre-treated with 1 mM H2O2, 50 µM
HOCl, 2 mM NCT or 50 µM paraquat for an hour at room temperature, followed by
rebuffering into 20 mM Tris-Cl pH 8.0 using PD-10 columns (Cytiva, Marlborough, MA,
USA).

For detection of MsrAB activity in H. influenzae crude extracts, H. influenzae cultures
growing at mid exponential phase were treated with 200 µM HOCl for 60 min before
harvesting. Crude extracts were prepared as set out above, and 50 µL containing up to
480 µg of protein was used in each assay instead of purified rMsrAB.

2.14. MsrAB-Based Repair of Oxidised Proteins

In some NADPH-based MsrAB assays, MPTS was replaced by either oxidised calmod-
ulin or oxidised, purified H. influenzae eP4. Calmodulin was oxidised as described in [19],
while oxidised eP4 was produced using treatment with 200 µM HOCl for 60 min, followed
by removal of HOCl using a PD10-column (Cytiva, Marlborough, MA, USA). Assays con-
tained 2 µM MsrAB, 20 µM thioredoxin, 5 µM Thioredoxin reductase, 400 µM NADPH and
either 4 µM oxidised calmodulin or 3.3–6.6 µM oxidised eP4 in 50 mM sodium phosphate
buffer, pH 7.5 (250 µL volume), and were incubated at 37 ◦C for 2 h. Calmodulin repair
assays were purified using a His-Gravitrap column to remove His-tagged rTrx that has a
molecular mass similar to that of calmodulin. The flowthrough from the Gravitrap column
was collected and concentrated before loading 30 µL of sample onto a 17.5% SDS-PAGE
gel. For eP4, repair was assessed using mass spectrometry and the NADPH reduction rate
during the incubation; eP4 oxidation and reduction could not be visualised on a gel as its
molecular mass is similar to rMsrAB (untagged) and rTrxR (6xHis-tagged).
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2.15. Assessment of Trx Reduction State

Assays (1 mL) contained 0.1 mM DTNB and 10–20 µM (final concentration, max
volume added 100 µL) proteins in 20 mM Tris-HCl, pH 8.0. Absorbance readings at 412 nm
were taken. The effective concentration range of thiol detectable with this assay was in the
range of 1–150 µM thiol based on calibration using reduced glutathione and cysteine.

2.16. H. influenzae Samples for Proteome Analyses

H. influenzae Hi2019 wildtype and msrAB were grown using 150 mL CDM in a 250 mL
flask under microaerobic conditions with a starting OD600nm of 0.08. When the OD reached
0.6–0.7, either 50 µL of 0.64 M HOCl (final conc.: 200 µM) or 50 µL of sterile water were
added, followed by incubation for a further 60 min. Ten millilitres of each culture were
harvested, and cell pellets were stored at −80 ◦C. Proteome data was collected at the
Metabolomics Australia, Qld, node using label-free quantitation. Peptide data from three
biological replicates were filtered to exclude all cytoplasmic proteins. Oxidation of methion-
ines was then assessed for methionine-containing peptides in all three biological replicates,
and oxidation levels for individual proteins were compared between the wildtype and
msrAB strain.

2.17. Outer Membrane Protein Isolation

H. influenzae cultures (20 mL) for Outer Membrane Protein isolation were grown under
microaerobic conditions to an OD600 of 0.6–0.7 before 200 µM HOCl (final concentration)
were added. Cultures were incubated for another hour, and outer membrane proteins were
isolated as described in [34] using sodium N-lauroyl-sarcosine.

2.18. MS/MS Sample Preparation

Samples for MS/MS analyses were essentially prepared as in [35]. Dithiothreitol
(DTT) (5 mM final concentration) was added to protein samples (50 µg) before incubation
at 56 ◦C for 30 min. Samples were cooled to room temperature, iodoacetamide (IAA)
(25 mM final concentration) was added, followed by incubation for 30 min in the dark
and quenching of the IAA using 5 mM DTT. Trypsin/Lys C (Promega) was added in a
50:1 ratio (protein/trypsin), and the proteins were digested at 37 ◦C for 16 h. Samples
were desalted using ZipTips (Millipore, Burlington, VT, USA) before separation using
reversed-phase chromatography on a Shimadzu Prominence nanoLC system. Using a flow
rate of 30 µL/min, samples were desalted on an Agilent C18 trap (0.3 × 5 mm, 5 µm) for
3 min, followed by separation on a Vydac Everest C18 (300 A, 5 µm, 150 mm × 150 µm)
column at a flow rate of 1 µL/min. A gradient of 5–35% buffer B over 45 min, where
buffer A = 1% ACN/0.1% FA and buffer B = 80% ACN/0.1% FA, was used to separate
peptides. Using a Nanospray III interface, eluted peptides were directly analysed on a
TripleTof 5600 instrument (ABSciex, Framingham, MA, USA). Gas and voltage settings
were adjusted as required. MS TOF scan across m/z 350–1800 was performed for 0.5 s,
followed by information-dependent acquisition of the top 20 peptides across m/z 40–1800
(0.05 s per spectra).

2.19. Preparation of Whole-Cell Samples for Shotgun Proteomics

Cell pellets were lysed in 25 µL SDS solubilisation buffer (5% SDS, 50 mM ammonium
bicarbonate (ABC) pH 7.55), and disulfide bonds were reduced by adding 20 mM dithio-
threitol (DTT) and incubating for 30 min at 60 ◦C, followed by alkylation with 40 mM (final
conc.) iodoacetamide at RT in the dark for 30 min. Then, 2.5 µL of 12% phosphoric acid was
added, followed by 165 µL of S-Trap binding buffer (90% MeOH, 100 mM ABC, pH 7.1).
The samples were loaded onto an S-TrapTM Micro Spin Column (Protifi, Farmingdale, MA,
USA) and centrifuged at 4000× g. The columns were washed with 3 × 150 µL S-Trap
binding buffer before 1 µL of Lys-C (stock conc: 1 µg/µL) was added, and on-column
digestion was allowed to proceed for 60 min at 37 ◦C. Peptides were eluted using both 40 µL
50 mM ABC by centrifugation, followed by 40 µL of 50% acetonitrile, 0.1% formic acid for
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hydrophobic peptides. The combined eluted peptides were dried in a speed vac at 45 ◦C
and resuspended with water. Samples were separated and MS/MS data collected using
a ThermoFisher (Waltham, MA, USA) Q-ExactiveHFx, data analysis used ThermoFisher
Proteome discoverer software (version 2.4). FASTA protein sequences of all identified
proteins were downloaded from NCBI and used in batch SignalP 4.0 [36] and TMHMM [37]
analyses to identify periplasmic and outer membrane proteins. Peptide sequencing data
was accessed for each of these proteins, filtered to exclude peptides that did not contain
methionine residues, and levels of methionine oxidation were identified. Differential oxida-
tion was assessed for all proteins, where in the Hi2019 msrAB strain oxidation was observed
in at least two of the three biological replicates.

2.20. Bioinformatic Analyses

To identify H. influenzae thioredoxins related to thioredoxins that had been previously
used in MsrAB assays in other species, BLASTP [38] was used with either Thioredoxin
from E. coli K12 or Neisseria gonorrhoeae FA1090 as search models. SignalP 4.0 [36] and
ProtParam [39] were used to identify signal peptides and calculate the molecular mass,
extinction coefficients and isoelectric point of proteins, respectively.

2.21. Statistical Analysis

Statistical analysis was performed in Prism 8.2.0 (GraphPad, San Diego, CA, USA).
KM app and Vmax app values were determined by nonlinear regression using the Michaelis–
Menten equation using Prism 8.2.0 (GraphPad, San Diego, CA, USA).

3. Results
3.1. H. influenzae MsrAB Maturation Requires Export to the Periplasm

In vivo, the activity of Msr-type enzymes relies on complex, thiol-based redox relays
where reactivation of the Msr enzymes after each reaction cycle is catalysed by thioredoxin.
The oxidised thioredoxin is then re-reduced by a thioredoxin reductase (TrxR) or similar
enzyme that most commonly links the reaction to the consumption of NAD(P)H (Figure 1).
Since H. influenzae MsrAB is a periplasmic protein, the redox relay needs to be organized to
enable transfer of reducing power from the cytoplasm to the periplasm. The H. influenzae
msrAB operon encodes all components required for such a redox relay, namely a thioredoxin
(redoxin family protein, WP_005631815.1, 15.1, Trxe) as well as a membrane-bound putative
thiol-disulfide oxidoreductase, CcdA (cytochrome c biogenesis protein, WP_005656594.1),
that is related to proteins involved in cytochrome c biogenesis and likely acts as the in vivo
reductase of the H. influenzae MsrAB system [18]. To establish a specific activity assay
for H. influenzae MsrAB, we overexpressed both MsrAB and the cognate Trxe in E. coli.
Recombinant forms of two additional proteins, the cytoplasmic H. influenzae thioredoxin
reductase (WP_005689328.1, TrxR) and a cytoplasmic thioredoxin (WP_005689970.1, Trx),
were also produced as related proteins have been used in activity assays for the extracellular
MsrAB proteins from N. gonorrhoeae and S. pneumoniae [8,40]. TrxR can replace CcdA as
the final, NADPH-linked reductase, while Trx is the H. influenzae Hi2019 thioredoxin with
the highest sequence similarity to thioredoxins used in assays for other MsrAB proteins
(Tables S1 and S2).
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Figure 1. Properties of H. influenzae MsrAB and accessory redox proteins (A) Schematic representation
of the MsrAB reaction cycle. Pox, Pred—generic oxidised or reduced protein, TrxR—Thioredoxin
Reductase, Trx—thioredoxin, Trxe—extracellular thioredoxin (B) Activity of rMsrAB and rMsrAB-Sp
in an endpoint activity assay (C) Purified components of rMsrAB activity assay (D) Activity of the
redox rMsrAB assay thioredoxin-based redox module using either insulin or oxidised glutathione
(GSSG) as the artificial substrate. rMsrAB—recombinant methionine sulfoxide reductase activity,
rTrxR—recombinant thioredoxin reductase, rTrx—recombinant thioredoxin, rTrxe—recombinant
extracellular thioredoxin. Structural representations of MsrAB and CcdA (Panel A) are based on
Alphafold database models. Panel A was generated using BioRender.

In H. influenzae, MsrAB is a periplasmic protein that can also occur associated with the
outer membrane (18). As periplasmic enzymes from H. influenzae can often be successfully
overexpressed in the E. coli cytoplasm (19), we constructed two overexpression plasmids,
pProex-HiMsrAB-sp that leads to the production of a recombinant 6xHis-tagged, cytoplas-
mic MsrAB protein (rMsrAB-sp, 40.99 kDa) and pProex-HiMsrAB that enables recovery of
untagged, recombinant MsrAB (rMsrAB, 37.62 kDa) from the E.coli periplasm, indicating
that the H. influenzae MsrAB signal peptide was able to direct export of rMsrAB to the E.
coli periplasm (Tables 1 and 2).

Use of the two purified rMsrAB proteins in a DTNB-based endpoint assay with D/L-
MetSO as the substrate revealed that the periplasmic rMsrAB led to an A412 nm change
of 0.34 ± 0.05, relative to the control, while, unexpectedly, rMsrAB-sp was essentially
inactive, with an A412nm change of only ~0.03 ± 0.01 (Figure 1B). We cannot completely
exclude that the 6xHis-tag may have impacted the activity of rMsrAB-sp; however, as
the tag is fused to the N-terminal MsrA-domain, activity should still have been observed
for the C-terminal MsrB-domain. These results suggest that H. influenzae MsrAB requires
export to the periplasm for maturation and activity, and rMsrAB was used for all further
experiments.
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3.2. The H. influenzae Extracellular Thioredoxin Is Sensitive to Air-Oxidation and Has Low
Reducing Activity

We successfully expressed and purified the accessory, redox relay proteins rTrxR, rTrxe
and rTrx as 6xHis-tagged proteins and characterised them to establish their suitability
for use in the Msr assay. As isolated, 20% rTrxe and 70% rTrx were in the reduced state,
indicating differences in the Trx redox potentials. We then assessed the ability of these
thioredoxins to reduce insulin disulfide bonds with DTT as an external reductant [30].
Here, Trxe-containing reactions had significant lag times that may have been required for
the initial reduction of this mostly oxidised thioredoxin and decreased from 40 min to
10 min with increasing DTT concentrations. Insulin reduction rates were moderate for
Trxe, with 0.0089 ∆A650nm/min detected at 1 mM DTT and 0.031 ∆A650nm/min at 3 mM
DTT (Figure S1). In contrast, rTrx insulin reduction rates exceeded those of rTrxe 8.83- and
9.95-fold, respectively, at 1 mM and 2 mM DTT, and had short lag times of only 2–3 min.
As a result of the higher activity of rTrx, insulin reduction rates plateaued at 0.1104 and
0.1154 ∆A650nm/min for 2 mM and 3 mM DTT (Figure S1).

3.3. rTrx-rTrxR Form a Suitable “Redox Module” for Electron Donation in an rMsrAB Assay

In keeping with previous descriptions of bacterial TrxRs [29,41,42], activity of the
purified, recombinant H. influenzae thioredoxin reductase (rTrxR) in a DTNB-based assay
was higher with NADPH (0.574 ± 0.043 U/mg) than with NADH (0.366 ± 0.012 U/mg)
as an electron donor (Figure S1). We then tested the ability of rTrxR to drive thioredoxin-
based reduction of insulin or oxidised glutathione (GSSG). With rTrx as the thioredoxin
component, rTrxR activities were 0.71 ± 0.01 U/mg and 0.45 ± 0.01 U/mg with insulin
and GSSG, respectively, while in assays containing rTrxe, activity was only detected with
insulin (0.17 ± 0.001 U/mg) (Figure 1).

Table 2. Optimised protein expression conditions for recombinant proteins used in this study.

Plasmid Protein Protein Properties E. coli
Strain

Selective
Markers
(µg/mL)

IPTG
(mM)

Post-
Induction

Temp.

Induction
Time Ref.

pProex-
Htb

MsrAB
rMsrAB

rMsrAB, expresses
in E. coli periplasm,

untagged
Rosetta Amp 100,

Cam 60 0.5 30 ◦C 2 h This
study

pProex-
Htb-

MsrAB-sp
rMsrAB-sp

rMsrAB-sp, MsrAB
protein without the
N-terminal signal

peptide (aa 22–353),
N-terminal 6xHis tag

Rosetta Amp 100,
Cam 60 0.5 30 ◦C 2 h This

study

pProexHtb
Hi-eTrx rTrxe

rTrxe, thioredoxin
encoded in msrAB

operon with
N-terminal 6xHis tag

DH5α Amp 100 0.1 37 ◦C 16–18 h This
study

pProexHtb-
Hi-Trx rTrx

rTrx, cytoplasmic
thioredoxin with

N-terminal 6xHis tag
DH5α Amp 100 0.1 37 ◦C 16–18 h This

study

pProexHtb
Hi-TrxR rTrxR

rTrx-R, Thioredoxin
reductase with

N-terminal 6xHis tag
DH5α Amp 100 0.5 37 ◦C 16–18 h This

study

pET_22_P4 eP4
eP4, P4 adhesin (aa
22–274), C-terminal

6xHis tag
BL21(DE3) Amp 100 0.1 37 ◦C 2 h

This
study;
[43]

Amp—ampicillin, Cam—Chloramphenicol.
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We then used the rTrxR-rTrx redox module to optimise an activity assay for rMsrAB
using rTrxR to rTrx ratios of 1:1–1:6 and rTrx concentrations of up to 30 µM (Figure S1). The
optimised assay contained 10 mM of a sulfoxide substrate, 2 µM rMsrAB, 20 µM rTrx, 5 µM
rTrxR and 0.2 mM NADPH in 50 mM sodium phosphate buffer, pH 7.5, and was carried
out at 37 ◦C.

3.4. rMsrAB Converts Both S- and R-Diastereoisomers of Sulfoxide Substrates with
High Efficiency

H. influenzae MsrAB contains both an MsrA and an MsrB domain that should be able to
convert S- and R-sulfoxide stereoisomers, respectively. Using racemic R/S-Methyl-p-tolyl
sulfoxide (R/S-MPTS), rMsrAB activity was 0.28 ± 0.01 U/mg, and the enzyme was also
active with both S-MPTS (0.38 ± 0.03 U/mg) and R-MPTS (0.17 ± 0.03 U/mg). This shows
that both catalytic domains are active, and that the MsrB domain has a lower activity than
the MsrA domain (Figure 2). This apparent difference in the activity of the domains was
largely driven by differences in the turnover rates of the two domains, which had kcat_app
values for S-MPTS (MsrA-domain) and R-MPTS (MsrB-domain) of 0.312 ± 0.12 s−1 and
0.156 ± 0.06 s−1, with associated KM_app values of 3.62 ± 0.55 mM and 2.31 ± 0.35 mM,
respectively (Figure 2, Table 3, Figure S2). The activity of rMsrAB only showed minor
pH dependence and plateaued between pH 7.0 and pH 8.5 at ~ 0.29 ± 0.02 U/mg, with
slight decreases toward pH 5 and pH 10, respectively (Figure 2). Unexpectedly, rMsrAB
activity was highest at 30 ◦C and below, but decreased at higher temperatures, which
was unexpected given the demonstrated role of MsrAB in H. influenzae virulence, where
temperatures are usually around 37 ◦C (Figure 2) [18].
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Figure 2. Catalytic activity of H. influenzae rMsrAB. (A): Stereospecificity of the rMsrAB reaction using
R/S-, R- and S-Methyl-p-tolylsulfoxide (MPTS). (B): substrate concentration dependence of rMsrAB
activity with S-MPTS. (C): substrate concentration dependence of rMsrAB activity with R-MPTS. Data
was fit to the Michaelis–Menten Equation (see Table 3). (D): Temperature-dependence of rMsrAB
activity. (E): pH-dependence of rMsrAB activity. (F): rMsrAB repair of oxidized calmodulin (CaM),
ox—oxidized, red—reduced.



Antioxidants 2022, 11, 1557 11 of 18

Table 3. Kinetic properties of H. influenzae rMsrAB in thioredoxin/thioredoxin reductase-based
assays using MPTS as the substrate.

Substrate Vmax_app
(U/mg) kcat_app (s−1) KM _app (mM) kcat/KM (s−1 M−1)

S/R-MPTS 0.34 ± 0.01 0.204 ± 0.06 2.96 ± 0.44 68.9
S-MPTS 0.52 ± 0.02 0.312 ± 0.12 3.62 ± 0.55 86.1
R-MPTS 0.26 ± 0.01 0.156 ± 0.06 2.31 ± 0.35 67.5

3.5. H. influenzae MsrAB Can Repair MetSO Damage in Proteins

The proposed natural function of MsrAB is the repair of oxidative damage in H. in-
fluenzae proteins, and we used oxidised calmodulin to determine whether rMsrAB is able to
reduce methionine sulfoxide residues in proteins. Recombinant E. coli MsrP, a molybdenum
enzyme with a known ability to repair oxidized proteins, was used as a control, and changes
in the oxidation state of calmodulin were detected as differences in electrophoretic mobility,
as found previously [13,19]. Following incubation with 4 µM oxidised calmodulin for
120 min, similar electrophoretic mobility differences compared to the oxidised calmodulin
were observed for both the MsrP control and the rMsrAB assay, demonstrating that rMsrAB
can reduce protein-bound methionine sulfoxides (Figures 2 and S1).

3.6. MsrAB Is Sensitive to Inactivation by Reactive Oxygen and Chlorine Species

The thioredoxin-based MsrAB assay could also be used to detect MsrAB activity in
H. influenzae strains Hi2019 cell extracts where 4.5 ± 0.2 mU/mg of activity were present
following treatment with 200 µM HOCl, while in untreated samples, activity was essentially
absent (Figure 3). This confirms our previous observation that exposure of H. influenzae
to HOCl and other oxidizing reagents produced by the human immune system increases
msrAB gene expression [18]. However, it also raises the question whether these ROS/RCS
that occur at sites of infection could cause oxidative damage to MsrAB itself, as its catalytic
mechanisms relies on functional thiol groups that are highly susceptible to ROS- and
RCS-induced damage [1]. To test this, we exposed purified rMsrAB to hydrogen peroxide,
paraquat, hypochlorite or N-Chlorotaurine and used the treated protein in activity assays.
The ROS/RCS exposure reduced rMsrAB activity by between 42% (hydrogen peroxide)
and 61% (N-Chlorotaurine), but none of the treatments completely abolished rMsrAB
activity (Figure 3). This suggests that while essential for hypochlorite resistance, in vivo,
MsrAB itself may also be inactivated by oxidative damage, which then raises the possibility
that functional MsrAB proteins may be involved in repairing oxidative damage to other
MsrAB molecules.
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Figure 3. Effects of oxidative stress agents on rMsrAB activity. (A): MsrAB activity in Hi2019 wildtype
and msrAB strains during microaerobic growth with or without exposure to hypochlorite. (B): Effect
of exposure to ROS or RCS on activity of purified rMsrAB. n.t.—not treated; n.d.—not detected.
NCT—N-Chlorotaurine.
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3.7. Identification of Putative H. influenzae MsrAB Target Proteins

The bacterial cell envelope is the first point of contact for external oxidants such as
HOCl, and MsrAB is likely to be involved in preventing damage to proteins found in the
H. influenzae cell envelope [18]. To identify potential substrates for H. influenzae MsrAB,
we analysed the oxidation state of proteins isolated from cultures of Hi2019WT and the
Hi2019∆msrAB strain that lacks a functional MsrAB protein [18] after treatment with 200 µM
HOCl for 60 min. Unexpectedly, the overall levels of methionine oxidation were very
similar in treated and untreated proteome samples, and for the WT strain even slightly
decreased from 5.7% of Met-containing peptides to 4.3% following HOCl exposure. In
comparison, in the ∆msrAB mutant strain, the oxidation levels increased slightly from 4.9%
to 5.2%.

We then specifically analysed MetSO formation in periplasmic and outer membrane
proteins to identify potential MsrAB substrate proteins that would show increased MetSO
damage in the ∆msrAB strain. This approach identified 23 proteins with increased oxidative
damage in at least two of the three biological replicates (Table S3). These included key
NTHi virulence factors such as protein D, the lipoprotein eP4 that is involved in NAD
uptake and several ABC transporter substrate-binding proteins required for the uptake of
putrescine, methionine, glucose/galactose, oligopeptides and C4 dicarboxylates (Table 4).
To confirm our results, we also analysed differential protein oxidation in outer membrane
protein preparations, which also identified the PotD putrescine substrate-binding protein,
the PntA transhydrogenase, LldD lactate dehydrogenase and Protein D as likely MsrAB
substrates, but also added another six putative MsrAB substrate proteins. In the outer
membrane preparation, differential oxidative damage was also detected for a penicillin-
binding protein, BamA, and the HMW adhesin (Tables S3 and S4). Taken together, these
data show that a significant number of periplasmic and membrane proteins are damaged by
oxidative stress in the ∆msrAB strain, suggesting that MsrAB is critical in the maintenance
of the functionality of these essential virulence factors.

Table 4. Differences in methionine oxidation in Hi2019WT and Hi2019∆msrAB following treatment
with HOCl.

% Met Oxidation

Accession Protein Name Peptides WT ∆msrAB

Transport Proteins

WP_005651801.1 ABC transporter substrate-binding protein OppA
VAIAAASmWK 0 12.23 ± 4.45

AmAESYAATDAEGR 0 5.43 ± 0.75

WP_005655633.1
galactose ABC transporter substrate-binding

protein MglA
LLmNDSQNAQSIQNDQVDVLLSK 0 29.16 ± 5.89

YDDNFmSLMR 0 20.83 ± 17.67

WP_005657776.1
C4-dicarboxylate ABC transporter

substrate-binding protein DctP-like
AADDSMmYHK 42.22 ± 22.68 71.1 ± 7.69

mIAETTQEAK 6.94 ± 1.49 22.5 ± 3.53

WP_005688477.1 putrescine/spermidine ABC transporter
substrate-binding protein PotD APLNmVFPK 0 * 10.1 ± 3.36

WP_012054840.1 sialic acid-binding protein SiaP FGmNAGTSSNEYK 0 * 36.1 ± 12.72

WP_046067550.1 methionine ABC transporter substrate-binding
protein MetQ VGVmSGPEHQVAEIAAK 0 * 13.9 ± 10.01

WP_005650782.1 glycerol-3-phosphate transporter GlpT FVMAGmSDR 0 * 50.2 ± 46.58

WP_005653411.1 preprotein translocase subunit SecD NmLPADSEVKYDR 0 * 75 ± 35.35
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Table 4. Cont.

% Met Oxidation

Accession Protein Name Peptides WT ∆msrAB

Enzymes and Virulence Factors

WP_005631652.1 NADP transhydrogenase subunit alpha PntA
VmSEEFNRR 0 100 ± 0

mQNPELMK 0 26.78 ± 2.52

WP_005657875.1 alpha-hydroxy-acid oxidizing enzyme LldD
DmHSGMSGPYK 9.72 ± 8.67 33.2 ± 14.36

MLALGADATmLGR 0 * 33.3 ± 0

WP_005687981.1 thiamine biosynthesis lipoprotein ApbE TmGTTYHVK 0 41.66 ± 11.78

WP_005649107.1 cytochrome c NapC LEmAQNEWAR 0 16.7 ± 28.86

WP_046067759.1 membrane protein OmpA ANLKPQAQATLDSIYGEmSQVK 26.13 ± 1.61 41.66 ± 11.78

WP_046067581.1 opacity-associated protein OapA ATAPVQPmKK 0 * 83.33 ± 23.57

WP_005647222.1 Outer membrane protein SlyB mSQVNGAELVIK 0 33.34 ± 0

WP_005661229.1
glycerophosphoryl diester phosphodiesterase

GlpQ/Protein D
IKTELLPQmGMDLK 0 46.7 ± 17.63

ALAFAQQADYLEQDLAmTK 0 32.5 ± 10.61

WP_005661232.1 5′-nucleotidase, lipoprotein e P4 family DSTEKAGTIDDmKR 0 50 ± 0

WP_046067826.1 Histone

ASEmKEAASEKASEMK 0 93.3 ± 11.54

EAVSEKASEmKEAASEK 0 100 ± 0

EAASEKASEmKEAASEK 0 61.1 ± 34.69

EAASEKTSEmKEAVSEK 0 50 ± 0

DAAANTmTEVK 0 21.36 ± 10.91

Proteins of unknown function

WP_005656625.1 hypothetical protein KPLNAEMAmTR 0 20 ± 0

WP_005668839.1 hypothetical protein SSAQMAEmQTLPTITDK 0 23 ± 23.38

WP_005655950.1 hypothetical protein NGmVEVQKNEDGTPK 0 61.1 ± 34.69

WP_005689200.1 membrane protein NGEAYLmPK 47.77 ± 27.16 55.6 ± 9.62

WP_005658466.1 membrane protein IVAPmQR 0 50.0 ± 0

* indicates values where two of three biological replicates showed no oxidation.

3.8. MsrAB Can Efficiently Repair Oxidised Lipoprotein eP4 from H Influenzae

One of the potential MsrAB substrate proteins, lipoprotein eP4, was selected for
verification of rMsrAB activity towards native proteins. Lipoprotein eP4 was overexpressed
as a soluble protein without the lipoprotein-signal, essentially as in [43], and oxidised for
use in an MsrAB assay. In assays containing oxidised eP4, MsrAB activity levels between
0.13 U/mg and 0.34 U/mg were determined, with activity directly proportional to the
amount of eP4ox added (3.3 µM and 6.6 µM, respectively). To ascertain that eP4 MetSO-
damage was repaired during the assay, assay mixtures were analysed by MS/MS and
methionine oxidation levels in eP4 peptides compared to the oxidised eP4 used as the
substrate. We detected five of the six methionine residues present in the recombinant eP4
(Figure 4), with initial methionine oxidation levels between 3.8% and 55.9% in the oxidised
eP4 sample. Following incubation with rMsrAB in the repair assay, a significant reduction
in methionine oxidation ranging from 48% (Met235) to 100% (Met34, Met159) was observed
(Figure 4). This clearly demonstrates that rMsrAB is highly effective at repairing oxidative
damage to eP4, validating it as a native substrate protein.



Antioxidants 2022, 11, 1557 14 of 18

Antioxidants 2022, 11, x FOR PEER REVIEW  13  of  17 
 

WP_005661232.1  5′‐nucleotidase, lipoprotein e P4 family  DSTEKAGTIDDmKR  0  50 ± 0 

WP_046067826.1  Histone 

ASEmKEAASEKASEMK  0  93.3 ± 11.54 

EAVSEKASEmKEAASEK  0  100 ± 0 

EAASEKASEmKEAASEK  0  61.1 ± 34.69 

EAASEKTSEmKEAVSEK  0  50 ± 0 

DAAANTmTEVK  0  21.36 ± 10.91 

Proteins of unknown function 

WP_005656625.1  hypothetical protein  KPLNAEMAmTR  0  20 ± 0 

WP_005668839.1  hypothetical protein  SSAQMAEmQTLPTITDK  0  23 ± 23.38 

WP_005655950.1  hypothetical protein  NGmVEVQKNEDGTPK  0  61.1 ± 34.69 

WP_005689200.1  membrane protein  NGEAYLmPK  47.77 ± 27.16  55.6 ± 9.62 

WP_005658466.1  membrane protein  IVAPmQR  0  50.0 ± 0 

* indicates values where two of three biological replicates showed no oxidation. 

3.8. MsrAB Can Efficiently Repair Oxidised Lipoprotein eP4 from H Influenzae 

One of the potential MsrAB substrate proteins, lipoprotein eP4, was selected for ver‐

ification of rMsrAB activity towards native proteins. Lipoprotein eP4 was overexpressed 

as a soluble protein without the lipoprotein‐signal, essentially as in [43], and oxidised for 

use in an MsrAB assay. In assays containing oxidised eP4, MsrAB activity levels between 

0.13 U/mg  and  0.34 U/mg were determined, with  activity directly proportional  to  the 

amount of eP4ox added (3.3 μM and 6.6 μM, respectively). To ascertain that eP4 MetSO‐

damage was repaired during the assay, assay mixtures were analysed by MS/MS and me‐

thionine oxidation levels in eP4 peptides compared to the oxidised eP4 used as the sub‐

strate. We detected  five of  the six methionine residues present  in  the recombinant eP4 

(Figure 4), with initial methionine oxidation levels between 3.8% and 55.9% in the oxidised 

eP4 sample. Following incubation with rMsrAB in the repair assay, a significant reduction 

in methionine oxidation  ranging  from 48%  (Met235)  to 100%  (Met34, Met159) was ob‐

served (Figure 4). This clearly demonstrates that rMsrAB is highly effective at repairing 

oxidative damage to eP4, validating it as a native substrate protein.   

 

Figure 4. H. influenzae rMsrAB can repair oxidative damage to lipoprotein eP4. (Top): Amino acid 

sequence of lipoprotein eP4: bold—methionine residues with amino acid number in sequence; un‐

derlined—methionine containing peptides; grey font—eP4  lipoprotein signal peptide, not part of 

the expression construct. (Bottom left): Structural representation of eP4, based on Alphafold data‐

base structural model.  (Bottom right): Methionine oxidation  in oxidised P4 protein samples and 

following repair of oxidative damage with rMsrAB. M‐Methionine. 

4. Discussion 

Msr‐type methionine sulfoxide reductases have long been known to protect  living 

cells  from oxidative damage  to methionine  residues  in proteins, a  critical process  that 

M34 M47 M89 M159 M235
0
1

20

40

60

%
 M

et
S

O

P4ox
P4MsrAB

MKTTLKMTALAALSAFVLAGCGSHQMK SEEGHANMQLQQQAVLGLNWMQDSGEYK ALAYQA
YNAAKVAFDHAKVAKGKKK AVVADLDETMLDNSPYAGWQVQNNK PFDGKDWTRWVDARQS
RAVPGAVEFNNYVNSHNGKVFYVTNRKDSTEK SGTIDDMK RLGFNGVEESAFYLKKDKSA
KAARFAEIEKQGYEIVLYVGDNLDDFGNTVYGKLNADRRAFVDQNQGKFGK TFIMLPNAN
YGGWEGGLAEGYFK KDTQGQIKARLDAVQAWDGK

Figure 4. H. influenzae rMsrAB can repair oxidative damage to lipoprotein eP4. (Top): Amino
acid sequence of lipoprotein eP4: bold—methionine residues with amino acid number in sequence;
underlined—methionine containing peptides; grey font—eP4 lipoprotein signal peptide, not part
of the expression construct. (Bottom left): Structural representation of eP4, based on Alphafold
database structural model. (Bottom right): Methionine oxidation in oxidised P4 protein samples and
following repair of oxidative damage with rMsrAB. M-Methionine.

4. Discussion

Msr-type methionine sulfoxide reductases have long been known to protect living
cells from oxidative damage to methionine residues in proteins, a critical process that
maintains protein function [1–4]. However, detailed knowledge of the proteins that are
substrates for Msr enzymes is lacking, and this limits an understanding of the impact of
oxidative damage to protein Met residues on the molecular physiology of the cell. Only
a handful of substrate proteins for Msr-type methionine sulfoxide reductases have been
identified to date, and most of these proteins were substrates for cytoplasmic methionine
sulfoxide reductases in E. coli and H. pylori, where the function of Msr proteins has been
studied most extensively [3]. While a range of natural substrates were reported for the E.
coli periplasmic methionine sulfoxide reductase, MsrP [13], this enzyme is a molybdenum-
containing methionine sulfoxide reductase and is structurally and catalytically distinct
from MsrAB. Native substrates for the extracellular, fused-domain MsrAB enzymes have,
to the best of our knowledge, not been reported so far.

Here we have investigated the enzymatic properties of the periplasmic H. influenzae
MsrAB enzyme. We have shown that this enzyme requires export to the periplasm for
full maturation, and that both enzymatic domains are active in a thioredoxin-dependent
assay that we developed. The kinetic parameters determined for rMsrAB using R/S-MPTS,
S-MPTS or R-MPTS are most similar to those reported for other bifunctional MsrAB fu-
sion proteins isolated from the bacterial pathogens Neisseria meningitidis and Streptococcus
pneumoniae [40,44]. Notably, all three MsrAB fusion proteins had turnover numbers (kcat)
below 1 s−1, and in kinetic assays, the MsrB domain that converts the R-MetSO had a lower
turnover number than the MsrA domain in both H. influenzae and S. pneumoniae [44]. At
the same time, the MsrB domain had a lower KM value for small molecular sulfoxides,
indicating that MsrB reaches maximal turnover at lower substrate concentrations than
MsrA. Similar data have also been reported for the cytoplasmic E. coli MsrA and Neisseria
meningitidis MsrB proteins during an extensive characterisation of the Msr reaction mecha-
nism [45]; however, these intracellular enzymes had higher turnover numbers between 1.1
and 3.7 s−1. An increase in KM_R/S-MetSO at pH 5.5 to 7 mM compared to 2.2 mM at pH 8.0
has been reported for the N. meningitidis MsrAB enzyme, and we propose that a similar
change in kinetic parameters could explain the reduction in H. influenzae rMsrAB activity
towards pH 5.
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In addition to establishing the kinetic properties of H. influenzae rMsrAB, we also
showed that this enzyme can repair MetSO-damage to methionine-rich model proteins
and native H. influenzae proteins. Especially with the native substrate protein eP4, rMsrAB
could reverse greater than 94% of the MetSO formation for three out of five eP4 methionine
residues, and for repair of the remaining two methionine residues, efficiencies were 48%
and 60%, respectively. This demonstrates the high effectiveness of rMsrAB protein repair.
MsrAB itself could be partially inactivated following exposure to oxidative stress reagents,
which opens up the possibility that in vivo H. influenzae MsrAB may also repair damaged
MsrAB proteins and thereby maintain sulfoxide-repair capacity.

Our proteome analysis identified 29 putative MsrAB substrate proteins, including
protein eP4, which is the first time that the targets for sulfoxide repair have been identified
for an extracellular MsrAB methionine sulfoxide reductase. The 29 MsrAB substrate
proteins fell into several broad categories that included transport proteins, enzymes and
virulence factors and, lastly, several proteins of unknown function. Interestingly, the types
of proteins identified as E. coli MsrP substrates also included a large number of transport
proteins, as well as a smaller number of lipoproteins and chaperones. In H. influenzae, we
identified 7 ABC transporter substrate-binding proteins with specificities for substrates
as diverse as sialic acid, putrescine, C4-dicarboxylates, methionine or glucose. A subunit
of the Sec protein export system, SecD, was shown to be a potential MsrAB substrate as
well as a group of lipo- and membrane proteins that are known virulence factors, such
as Protein D (GlpQ), opacity-associated proteins, the OmpA porin, the HU toxin-repeat
protein, the HMW adhesin and an IgA1 protease domain-containing protein. Proteins
with metabolic functions such as the LldD lactate dehydrogenase, which is essential for
H. influenzae virulence and is also a known cargo of H. influenzae OMVs [46,47], the NapC
subunit of nitrate reductase and a subunit of the PNT transhydrogenase were also identified
as putative substrates for MsrAB.

The identification of the Lipoprotein eP4 as a substrate of MsrAB is particularly
interesting in the context of metabolic function and the effects of an msrAB mutation on
NTHi fitness. The eP4 protein is required for uptake or utilisation of two essential H.
influenzae nutrients, hemin and NAD, and has been demonstrated to be required for growth
in the presence of NAD+ but not nicotinamide mononucleotide [48–50]. Most recently, eP4
has been implicated in interactions with host cells and was reported to efficiently bind
laminin and fibronectin [43], while an absence of eP4 reduced the survival of H. influenzae in
a mouse otitis media model [43]. This makes eP4 a key virulence factor along with Protein
D, Oap and HMW and demonstrates why rMsrAB is an essential part of the H. influenzae
defence against oxidative stress.

In summary, this work provides the first detailed molecular insights into the phys-
iological role of MsrAB in Haemophilus influenzae. The identification of native substrates
for MsrAB links this enzyme to the maintenance of virulence factors and to key proteins
involved in the acquisition and utilisation of essential growth substrates. While identifying
and verifying native substrate proteins can be a complex process, this information is vital
to determine the link between the biochemical specificity of peptide methionine sulfoxide
reductases, the maintenance of protein function, and the protection of crucial physiological
processes during oxidative stress in bacterial pathogens.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/antiox11081557/s1, Table S1: Properties of proteins with a Trx
motif (CXXC) in Hi2019. Table S2: Thioredoxin-related proteins in H. influenzae 2019 that are close
homologues to E. coli K12 and N. gonorrhoeae FA 1090 thioredoxins. Table S3: Mass spectrometry
data—peptide sequencing data. Table S4: putative H. influenzae MsrAB substrate proteins identified
using outer membrane preparations. Yellow—also differentially oxidized in whole cell proteome.
Figure S1: Properties of accessory proteins and development of the rMsrAB assay. Figure S2: Changes
of rMsrAB activity in thioredoxin-containing assays using R/S-MPTS as the substrate.

https://www.mdpi.com/article/10.3390/antiox11081557/s1
https://www.mdpi.com/article/10.3390/antiox11081557/s1


Antioxidants 2022, 11, 1557 16 of 18

Author Contributions: M.N. and R.P.N. carried out the experimental work; U.K. and A.G.M. devised
the project and experimental concepts and acquired funding; U.K., M.N. and R.P.N. carried out
the analysis of data; M.N. and U.K. drafted the manuscript and created all figures. All authors
contributed to the editing of the manuscript. All authors have read and agreed to the published
version of the manuscript.

Funding: This work was supported by grants from the National Health and Medical Research Council
to U.K. and A.G.M. (GNT1043532 & GNT1158451). M.N. received a Schlumberger Foundation Faculty
for the Future scholarship for her doctoral studies.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data is contained within the article or supplementary material.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Ezraty, B.; Gennaris, A.; Barras, F.; Collet, J.-F. Oxidative stress, protein damage and repair in bacteria. Nat. Rev. Microbiol. 2017,

15, 385–396. [CrossRef] [PubMed]
2. Kappler, U.; Nasreen, M.; McEwan, A. New insights into the molecular physiology of sulfoxide reduction in bacteria. Adv. Microb.

Physiol. 2019, 75, 1–51. [CrossRef] [PubMed]
3. Aussel, L.; Ezraty, B. Methionine Redox Homeostasis in Protein Quality Control. Front. Mol. Biosci. 2021, 8, 665492. [CrossRef]
4. Maupin-Furlow, J.A. Methionine Sulfoxide Reductases of Archaea. Antioxidants 2018, 7, 124. [CrossRef]
5. Lennicke, C.; Rahn, J.; Lichtenfels, R.; Wessjohann, L.A.; Seliger, B. Hydrogen peroxide—Production, fate and role in redox

signaling of tumor cells. Cell Commun. Signal. 2015, 13, 39. [CrossRef]
6. Achilli, C.; Ciana, A.; Minetti, G. The discovery of methionine sulfoxide reductase enzymes: An historical account and future

perspectives. BioFactors 2015, 41, 135–152. [CrossRef]
7. Boschi-Muller, S. Molecular Mechanisms of the Methionine Sulfoxide Reductase System from Neisseria meningitidis. Antioxidants

2018, 7, 131. [CrossRef]
8. Saleh, M.; Bartual, S.G.; Abdullah, M.R.; Jensch, I.; Asmat, T.M.; Petruschka, L.; Pribyl, T.; Gellert, M.; Lillig, C.H.; Antelmann, H.;

et al. Molecular architecture of Streptococcus pneumoniae surface thioredoxin-fold lipoproteins crucial for extracellular oxidative
stress resistance and maintenance of virulence. EMBO Mol. Med. 2013, 5, 1852–1870. [CrossRef]

9. Skaar, E.P.; Tobiason, D.M.; Quick, J.; Judd, R.C.; Weissbach, H.; Etienne, F.; Brot, N.; Seifert, H.S. The outer membrane localization
of the Neisseria gonorrhoeae MsrA/B is involved in survival against reactive oxygen species. Proc. Natl. Acad. Sci. USA 2002, 99,
10108–10113. [CrossRef] [PubMed]

10. Scheible, M.; Nguyen, C.T.; Luong, T.T.; Lee, J.H.; Chen, Y.-W.; Chang, C.; Wittchen, M.; Camacho, M.I.; Tiner, B.L.; Wu, C.;
et al. The fused methionine sulfoxide reductase MsrAB promotes oxidative stress defense and acterial virulence in Fusobacterium
nucleatum. MBio 2022, 13, e03022-21. [CrossRef]

11. Alamuri, P.; Maier, R.J. Methionine Sulfoxide Reductase in Helicobacter pylori: Interaction with Methionine-Rich Proteins and
Stress-Induced Expression. J. Bacteriol. 2006, 188, 5839–5850. [CrossRef]

12. Alamuri, P.; Maier, R.J. Methionine sulphoxide reductase is an important antioxidant enzyme in the gastric pathogen Helicobacter
pylori. Mol. Microbiol. 2004, 53, 1397–1406. [CrossRef] [PubMed]

13. Gennaris, A.; Ezraty, B.; Henry, C.; Agrebi, R.; Vergnes, A.; Oheix, E.; Bos, J.; Leverrier, P.; Espinosa, L.; Szewczyk, J.; et al.
Repairing oxidized proteins in the bacterial envelope using respiratory chain electrons. Nature 2015, 528, 409–412. [CrossRef]

14. Andrieu, C.; Vergnes, A.; Loiseau, L.; Aussel, L.; Ezraty, B. Characterisation of the periplasmic methionine sulfoxide reductase
(MsrP) from Salmonella Typhimurium. Free Radic. Biol. Med. 2020, 160, 506–512. [CrossRef]

15. Tarrago, L.; Grosse, S.; Siponen, M.I.; Lemaire, D.; Alonso, B.; Miotello, G.; Armengaud, J.; Arnoux, P.; Pignol, D.; Sabaty,
M. Rhodobacter sphaeroides methionine sulfoxide reductase P reduces R- and S-diastereomers of methionine sulfoxide from a
broad-spectrum of protein substrates. Biochem. J. 2018, 475, 3779–3795. [CrossRef]

16. Nasreen, M.; Fletcher, A.; Hosmer, J.; Zhong, Q.; Essilfie, A.-T.; McEwan, A.G.; Kappler, U. The Alternative Sigma Factor RpoE2 Is
Involved in the Stress Response to Hypochlorite and in vivo Survival of Haemophilus influenzae. Front. Microbiol. 2021, 12, 637213.
[CrossRef]

17. Dhouib, R.; Nasreen, M.; Othman, D.S.M.P.; Ellis, D.; Lee, S.; Essilfie, A.-T.; Hansbro, P.M.; McEwan, A.G.; Kappler, U. The
DmsABC Sulfoxide Reductase Supports Virulence in Non-typeable Haemophilus influenzae. Front. Microbiol. 2021, 12, 686833.
[CrossRef]

18. Nasreen, M.; Dhouib, R.; Hosmer, J.; Wijesinghe, H.G.S.; Fletcher, A.; Mahawar, M.; Essilfie, A.-T.; Blackall, P.J.; McEwan, A.G.;
Kappler, U. Peptide Methionine Sulfoxide Reductase from Haemophilus influenzae Is Required for Protection against HOCl and
Affects the Host Response to Infection. ACS Infect. Dis. 2020, 6, 1928–1939. [CrossRef] [PubMed]

http://doi.org/10.1038/nrmicro.2017.26
http://www.ncbi.nlm.nih.gov/pubmed/28420885
http://doi.org/10.1016/bs.ampbs.2019.05.001
http://www.ncbi.nlm.nih.gov/pubmed/31655735
http://doi.org/10.3389/fmolb.2021.665492
http://doi.org/10.3390/antiox7100124
http://doi.org/10.1186/s12964-015-0118-6
http://doi.org/10.1002/biof.1214
http://doi.org/10.3390/antiox7100131
http://doi.org/10.1002/emmm.201202435
http://doi.org/10.1073/pnas.152334799
http://www.ncbi.nlm.nih.gov/pubmed/12096194
http://doi.org/10.1128/mbio.03022-21
http://doi.org/10.1128/JB.00430-06
http://doi.org/10.1111/j.1365-2958.2004.04190.x
http://www.ncbi.nlm.nih.gov/pubmed/15387818
http://doi.org/10.1038/nature15764
http://doi.org/10.1016/j.freeradbiomed.2020.06.031
http://doi.org/10.1042/BCJ20180706
http://doi.org/10.3389/fmicb.2021.637213
http://doi.org/10.3389/fmicb.2021.686833
http://doi.org/10.1021/acsinfecdis.0c00242
http://www.ncbi.nlm.nih.gov/pubmed/32492342


Antioxidants 2022, 11, 1557 17 of 18

19. Dhouib, R.; Othman, D.S.M.P.; Lin, V.; Lai, X.J.; Wijesinghe, H.G.S.; Essilfie, A.-T.; Davis, A.; Nasreen, M.; Bernhardt, P.V.; Hansbro,
P.M.; et al. A Novel, Molybdenum-Containing Methionine Sulfoxide Reductase Supports Survival of Haemophilus influenzae in an
in vivo Model of Infection. Front. Microbiol. 2016, 7, 1743. [CrossRef]

20. Ausubel, F.M.; Brent, R.; Kingston, R.E.; Moore, D.D.; Seidman, J.G.; Smith, J.A.; Struhl, K. Current Protoc Mol Biol. In Current
Protoc Mol Biol; Janssen, K., Ed.; John Wiley & Sons Inc.: Hoboken, NJ, USA, 2005.

21. Hanahan, D. Studies on transformation of Escherichia coli with plasmids. J. Mol. Biol. 1983, 166, 557–580. [CrossRef]
22. Coleman, H.N.; Daines, D.A.; Jarisch, J.; Smith, A.L. Chemically Defined Media for Growth of Haemophilus influenzae Strains. J.

Clin. Microbiol. 2003, 41, 4408–4410. [CrossRef] [PubMed]
23. Johnston, J.W. Laboratory Growth and Maintenance of Haemophilus influenzae. Curr. Protoc. Microbiol. 2010, 18, 6D.1.1–6D.1.5.

[CrossRef] [PubMed]
24. Campagnari, A.A.; Gupta, M.R.; Dudas, K.C.; Murphy, T.F.; Apicella, M.A. Antigenic diversity of lipooligosaccharides of

nontypable Haemophilus influenzae. Infect. Immun. 1987, 55, 882–887. [CrossRef]
25. Ausubel, F.M.; Brent, R.; Kingston, R.E.; Moore, D.D.; Seidman, J.; Smith, J.A.; Struhl, K. Short Protocols in Molecular Biology; Wiley:

New York, NY, USA, 1992.
26. Laemmli, U.K. Cleavage of Structural Proteins during the Assembly of the Head of Bacteriophage T4. Nature 1970, 227, 680–685.

[CrossRef] [PubMed]
27. Bernard, A.; Payton, M. Selection of Escherichia coli Expression Systems. Curr. Protoc. Protein Sci. 1995, 5, 5.2.1–5.2.18. [CrossRef]

[PubMed]
28. Markwell, J.P.; Lascelles, J. Membrane-bound, pyridine nucleotide-independent L-lactate dehydrogenase of Rhodopseudomonas

sphaeroides. J. Bacteriol. 1978, 133, 593–600. [CrossRef] [PubMed]
29. Jeon, S.-J.; Ishikawa, K. Identification and characterization of thioredoxin and thioredoxin reductase from Aeropyrum pernix K1. J.

Biol. Inorg. Chem. 2002, 269, 5423–5430. [CrossRef]
30. Holmgren, A. Thioredoxin catalyzes the reduction of insulin disulfides by dithiothreitol and dihydrolipoamide. J. Biol. Chem.

1979, 254, 9627–9632. [CrossRef]
31. Spyrou, G.; Enmark, E.; Miranda-Vizuete, A.; Gustafsson, J. Cloning and Expression of a Novel Mammalian Thioredoxin. J. Biol.

Chem. 1997, 272, 2936–2941. [CrossRef]
32. Wu, P.-F.; Zhang, Z.; Guan, X.-L.; Li, Y.-L.; Zeng, J.-H.; Zhang, J.-J.; Long, L.-H.; Hu, Z.-L.; Wang, F.; Chen, J.-G. A specific and

rapid colorimetric method to monitor the activity of methionine sulfoxide reductase A. Enzym. Microb. Technol. 2013, 53, 391–397.
[CrossRef]

33. Achilli, C.; Ciana, A.; Minetti, G. Kinetic resolution of phenyl methyl sulfoxides by mammalian methionine sulfoxide reductase A.
Tetrahedron Lett. 2017, 58, 4781–4782. [CrossRef]

34. Carlone, G.M.; Thomas, M.L.; Rumschlag, H.S.; O Sottnek, F. Rapid microprocedure for isolating detergent-insoluble outer
membrane proteins from Haemophilus species. J. Clin. Microbiol. 1986, 24, 330–332. [CrossRef] [PubMed]

35. Kappler, U.; Nouwens, A.S. The molybdoproteome of Starkeya novella—Insights into the diversity and functions of molybdenum
containing proteins in response to changing growth conditions. Metallomics 2013, 5, 325–334. [CrossRef] [PubMed]

36. Bendtsen, J.D.; Nielsen, H.; von Heijne, G.; Brunak, S. Improved Prediction of Signal Peptides: SignalP 3.0. J. Mol. Biol. 2004, 340,
783–795. [CrossRef]

37. Krogh, A.; Larsson, B.; von Heijne, G.; Sonnhammer, E.L. Predicting transmembrane protein topology with a hidden markov
model: Application to complete genomes. J. Mol. Biol. 2001, 305, 567–580. [CrossRef]

38. Altschul, S.F.; Madden, T.L.; Schäffer, A.A.; Zhang, J.; Zhang, Z.; Miller, W.; Lipman, D.J. Gapped BLAST and PSI-BLAST: A new
generation of protein database search programs. Nucleic Acids Res. 1997, 25, 3389–3402. [CrossRef] [PubMed]

39. Gasteiger, E.; Hoogland, C.; Gattiker, A.; Duvaud, S.E.; Wilkins, M.R.; Appel, R.D.; Bairoch, A. Protein Identification and Analysis
Tools on the ExPASy Server; Springer: Berlin, Germany, 2005.

40. Olry, A.; Boschi-Muller, S.; Marraud, M.; Sanglier-Cianferani, S.; Van Dorsselear, A.; Branlant, G. Characterization of the
methionine sulfoxide reductase activities of PILB, a probable virulence factor from Neisseria meningitidis. J. Biol. Chem. 2002, 277,
12016–12022. [CrossRef]

41. Reynolds, C.M.; Meyer, J.; Poole, L.B. An NADH-Dependent Bacterial Thioredoxin Reductase-like Protein in Conjunction with a
Glutaredoxin Homologue Form a Unique Peroxiredoxin (AhpC) Reducing System in Clostridium pasteurianum. Biochemistry 2002,
41, 1990–2001. [CrossRef]

42. McCarver, A.C.; Lessner, D.J. Molecular characterization of the thioredoxin system from Methanosarcina acetivorans. FEBS J. 2014,
281, 4598–4611. [CrossRef]

43. Su, Y.-C.; Mukherjee, O.; Singh, B.; Hallgren, O.; Westergren-Thorsson, G.; Hood, D.; Riesbeck, K. Haemophilus influenzaeP4
Interacts With Extracellular Matrix Proteins Promoting Adhesion and Serum Resistance. J. Infect. Dis. 2016, 213, 314–323.
[CrossRef]

44. Kim, Y.K.; Shin, Y.J.; Lee, W.-H.; Kim, H.-Y.; Hwang, K.Y. Structural and kinetic analysis of an MsrA-MsrB fusion protein from
Streptococcus pneumoniae. Mol. Microbiol. 2009, 72, 699–709. [CrossRef]

45. Boschi-Muller, S.; Olry, A.; Antoine, M.; Branlant, G. The enzymology and biochemistry of methionine sulfoxide reductases.
Biochim. Biophys. Acta (BBA)-Proteins Proteom. 2005, 1703, 231–238. [CrossRef] [PubMed]

http://doi.org/10.3389/fmicb.2016.01743
http://doi.org/10.1016/S0022-2836(83)80284-8
http://doi.org/10.1128/JCM.41.9.4408-4410.2003
http://www.ncbi.nlm.nih.gov/pubmed/12958278
http://doi.org/10.1002/9780471729259.mc06d01s18
http://www.ncbi.nlm.nih.gov/pubmed/20812218
http://doi.org/10.1128/iai.55.4.882-887.1987
http://doi.org/10.1038/227680a0
http://www.ncbi.nlm.nih.gov/pubmed/5432063
http://doi.org/10.1002/0471140864.ps0502s00
http://www.ncbi.nlm.nih.gov/pubmed/18429183
http://doi.org/10.1128/jb.133.2.593-600.1978
http://www.ncbi.nlm.nih.gov/pubmed/304854
http://doi.org/10.1046/j.1432-1033.2002.03231.x
http://doi.org/10.1016/S0021-9258(19)83562-7
http://doi.org/10.1074/jbc.272.5.2936
http://doi.org/10.1016/j.enzmictec.2013.08.005
http://doi.org/10.1016/j.tetlet.2017.11.022
http://doi.org/10.1128/jcm.24.3.330-332.1986
http://www.ncbi.nlm.nih.gov/pubmed/3489731
http://doi.org/10.1039/c2mt20230a
http://www.ncbi.nlm.nih.gov/pubmed/23310928
http://doi.org/10.1016/j.jmb.2004.05.028
http://doi.org/10.1006/jmbi.2000.4315
http://doi.org/10.1093/nar/25.17.3389
http://www.ncbi.nlm.nih.gov/pubmed/9254694
http://doi.org/10.1074/jbc.M112350200
http://doi.org/10.1021/bi011802p
http://doi.org/10.1111/febs.12964
http://doi.org/10.1093/infdis/jiv374
http://doi.org/10.1111/j.1365-2958.2009.06680.x
http://doi.org/10.1016/j.bbapap.2004.09.016
http://www.ncbi.nlm.nih.gov/pubmed/15680231


Antioxidants 2022, 11, 1557 18 of 18

46. Hosmer, J.; Nasreen, M.; Dhouib, R.; Essilfie, A.-T.; Schirra, H.J.; Henningham, A.; Fantino, E.; Sly, P.; McEwan, A.G.; Kappler, U.
Access to highly specialized growth substrates and production of epithelial immunomodulatory metabolites determine survival
of Haemophilus influenzae in human airway epithelial cells. PLoS Pathog. 2022, 18, e1010209. [CrossRef] [PubMed]

47. Roier, S.; Blume, T.; Klug, L.; Wagner, G.E.; Elhenawy, W.; Zangger, K.; Prassl, R.; Reidl, J.; Daum, G.; Feldman, M.; et al. A basis
for vaccine development: Comparative characterization of Haemophilus influenzae outer membrane vesicles. Int. J. Med. Microbiol.
2015, 305, 298–309. [CrossRef]

48. Morton, D.J.; Smith, A.; VanWagoner, T.M.; Seale, T.W.; Whitby, P.W.; Stull, T.L. Lipoprotein e (P4) of Haemophilus influenzae: Role
in heme utilization and pathogenesis. Microbes Infect. 2007, 9, 932–939. [CrossRef]

49. Kemmer, G.; Reilly, T.J.; Schmidt-Brauns, J.; Zlotnik, G.W.; Green, B.A.; Fiske, M.J.; Herbert, M.; Kraiß, A.; Schlör, S.; Smith, A.;
et al. NadN and e (P4) Are Essential for Utilization of NAD and Nicotinamide Mononucleotide but Not Nicotinamide Riboside in
Haemophilus influenzae. J. Bacteriol. 2001, 183, 3974–3981. [CrossRef] [PubMed]

50. Reidl, J.; Schlör, S.; Kraiß, A.; Schmidt-Brauns, J.; Kemmer, G.; Soleva, E. NADP and NAD Utilization in Haemophilus influenzae.
Mol. Microbiol. 2002, 35, 1573–1581. [CrossRef] [PubMed]

http://doi.org/10.1371/journal.ppat.1010209
http://www.ncbi.nlm.nih.gov/pubmed/35085362
http://doi.org/10.1016/j.ijmm.2014.12.005
http://doi.org/10.1016/j.micinf.2007.03.013
http://doi.org/10.1128/JB.183.13.3974-3981.2001
http://www.ncbi.nlm.nih.gov/pubmed/11395461
http://doi.org/10.1046/j.1365-2958.2000.01829.x
http://www.ncbi.nlm.nih.gov/pubmed/10760156

	Introduction 
	Materials and Methods 
	Media and Bacterial Growth Conditions for E. coli and Haemophilus influenzae 
	Standard Molecular and Biochemical Methods 
	Construction of Protein Expression Plasmids and Optimisation of Protein Expression Protocols 
	Protein Expression in E. coli 
	Preparation of Cell-Free Extracts 
	Periplasm Preparation 
	Purification of Histidine-Tagged Proteins 
	Enzyme Assays 
	Thioredoxin Reductase (TrxR) Activity Assay 
	Thioredoxin Activity Assay 
	TrxR Thioredoxin Redox Relay Activity 
	MsrAB Assays—DTNB-Based Colourimetric Activity Assay 
	NADPH-Dependent MsrAB Activity Assay 
	MsrAB-Based Repair of Oxidised Proteins 
	Assessment of Trx Reduction State 
	H. influenzae Samples for Proteome Analyses 
	Outer Membrane Protein Isolation 
	MS/MS Sample Preparation 
	Preparation of Whole-Cell Samples for Shotgun Proteomics 
	Bioinformatic Analyses 
	Statistical Analysis 

	Results 
	H. influenzae MsrAB Maturation Requires Export to the Periplasm 
	The H. influenzae Extracellular Thioredoxin Is Sensitive to Air-Oxidation and Has Low Reducing Activity 
	rTrx-rTrxR Form a Suitable “Redox Module” for Electron Donation in an rMsrAB Assay 
	rMsrAB Converts Both S- and R-Diastereoisomers of Sulfoxide Substrates with High Efficiency 
	H. influenzae MsrAB Can Repair MetSO Damage in Proteins 
	MsrAB Is Sensitive to Inactivation by Reactive Oxygen and Chlorine Species 
	Identification of Putative H. influenzae MsrAB Target Proteins 
	MsrAB Can Efficiently Repair Oxidised Lipoprotein eP4 from H Influenzae 

	Discussion 
	References

