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The Mycobacterium abscessus complex can cause fatal pulmonary disease, especially in cystic fibrosis
patients. Diagnosing M. abscessus complex pulmonary disease is challenging. Immunologic assays spe-
cific for M. abscessus are not available. In this study seven clinical M. abscessus complex strains and the
M. abscessus reference strain ATCC19977 were used to find species-specific proteins for their use in
immune assays. Six strains showed rough and smooth colony morphotypes simultaneously, two strains
only showed rough mophotypes, resulting in 14 separate isolates. Clinical isolates were submitted to
whole genome sequencing. Proteomic analysis was performed on bacterial lysates and culture super-
natant of all 14 isolates. Species-specificity for M. abscessus complex was determined by a BLAST search
for proteins present in all supernatants. Species-specific proteins underwent in silico B- and T-cell
epitope prediction. All clinical strains were found to be M. abscessus ssp. abscessus. Mutations in
MAB_4099c as a likely genetic basis of the rough morphotype were found in six out of seven clinical
isolates. 79 proteins were present in every supernatant, of which 12 are exclusively encoded by all
members of M. abscessus complex plus Mycobacterium immunogenum. In silico analyses predicted B- and
T-cell epitopes in all of these 12 species-specific proteins.

© 2018 Institut Pasteur. Published by Elsevier Masson SAS. All rights reserved.
The Mycobacterium (M.) abscessus complex (MABSC) comprises
three species of rapidly growing non-tuberculous mycobacteria
(NTM): Mycobacterium abscessus, Mycobacterium massiliense and
Mycobacterium bolletii. A former proposal for the union ofM. bolletii
and M. massiliense into one subspecies seems obsolete against the
background of their distinct genome sequences and clinically
relevant features (e.g. regarding erm(41)-encoded inducible mac-
rolide resistance) [1]. MABSC is one of the most frequently isolated
NTM from human specimens, the most common clinical manifes-
tations being pulmonary and skin infections [2]. Whereas soft
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tissue infection might occur in otherwise healthy subjects, MABSC
pulmonary disease (MAPD) predominantly affects patients with a
predisposing (airway) disease, especially cystic fibrosis (CF) [3]. The
reported prevalence of NTM in CF varies widely, with MABSC being
the most frequently isolated species in Caucasian populations [4].
Recent evidence for transmission of MABSC between CF patients
has particularly drawn attention to this pathogen [5]. Pulmonary
infection with MABSC is associated with a fast decline in lung
function and fatal clinical courses in CF [6e8]. Moreover, it has a
significant impact on the outcome of lung transplantation [9].
Current guidelines for the therapy of MAPD counsel for long-term
antibiotic combination therapies against the background of
constitutive and inducible multidrug resistance in MABSC, despite
the absence of evidence for any therapy regime [3,10]. MABSC
grown on agar plates show rough and/or smooth colony
d.
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morphotypes according to the capacity for glycopeptidolipid (GPL)
biosynthesis [11]. There is evidence that the phenotype and
phenotype-changes of MABSC are associated with altered patho-
genicity: The GPL-rich smooth isoforms tend to build biofilms
whereas the GPL-lacking rough isoform has putatively increased
immunogenicity and virulence [11e13].

The diagnosis of MAPD is based on clinical, radiological and
microbiological criteria provided by the American Thoracic Society
(ATS) in 2007 [3]. Diagnosis remains challenging especially in CF
due to significant overlaps in clinical and radiological presentation
of MAPD with other features of CF disease. The isolation of MABSC
is hampered by overgrowth of mycobacterial cultures by other
more rapidly growing bacteria often colonizing the lungs of CF
patients, e. g. Pseudomonas aeruginosa [3]. There are reports of
transient, intermittent or even persistent colonization of CF airways
withMABSCwithout significant impact on the host's clinical course
and thus presumably no necessity for treatment [14]. Additional
diagnostic approaches pertinent to MAPD in particular to distin-
guish colonization from infection are not currently available.
Serological tests for mycobacteria have been evaluated for MAPD in
CF but lack specificity due to the use of non-specific antigenic tar-
gets [15]. In our own previous studies, we investigated a T-cell-
based immunologic approach for the detection and immunologic
characterization of MABSC infection in CF patients [16]. In a
comparative assay we were able to show that the characteristics
and level of T-cell immune response to different mycobacterial
antigen compounds adds to the detection and understanding of
MABSC infection. T-cells of MABSC-infected patients responded to
antigens of MABSC, Mycobacterium avium and Mycobacterium
tuberculosis but the different levels of immune response indicate
the presence of MABSC specific immunogenic proteins. In the cur-
rent study we aimed to identify MABSC-specific proteins for
possible future use in immunologic analyses.
1. Materials and methods

1.1. Ethics statement

All samples (bacterial isolates) were retrieved from the local
clinical microbiology department (Institute of Medical Microbi-
ology and Hospital Hygiene, Heinrich Heine University, Düsseldorf,
Germany). All samples used in this study were anonymized. This
study and the use of the samples were approved by the local ethics
committee of the University Hospital Duesseldorf (Internal Study
No. 4505).
Table 1
Characteristics of MABSC isolates used for the study.

Isolate Morphotype Source

CF001 S þ R CF
CF022 R CF

CF023 R CF

CF029 S þ R CF
CF034 S þ R CF
NonCF01 S þ R PCD

NonCF02 S þ R Non-CF-BE

ATCC19977 S þ R Purchased

The left panel shows the colony morphotype (S smooth; R rough) and source of each
CF-BE non-cystic fibrosis-bronchiectasis). The right panel shows genome locus and
smooth isolate. For CF022 and CF029, for which a matched smooth isolate was no
ATCC19977 was not sequenced in this study, so no information is given in the r
MAB_4099c gene known to control GPL production.

Please cite this article as: M. Steindor et al., A proteomics approach for
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1.2. Strains and culture conditions

Clinical MABSC isolates were retrieved from the local clinical
microbiology department (Institute of Medical Microbiology and
Hospital Hygiene, Heinrich Heine University, Düsseldorf, Germany).
These isolates were obtained from respiratory specimens of CF
patients (n ¼ 5) and patients with non-CF bronchiectasis (n ¼ 2), of
whom one patient was diagnosed with primary ciliary dyskinesia
(the CF or non-CF origin of each strain is indicated in the study
name of the strain, Table 1, left panel). M. abscessus ATCC19977
reference strain was purchased from LGC standards (LGC Standards
GmbH, Wesel, Germany). For selection of rough and smooth colony
morphotypes strains were inoculated onto Middlebrook 7H10 agar
supplemented with 10% (v/v) OADC (oleic acid, albumin, dextrose-
catalase) enrichment (Becton Dickinson Heidelberg, Germany) and
0.5% (v/v) glycerol and grown aerobically at 37 �C for 3e4 days.
Rough and smooth colony morphotypes were selected visually
(Fig. 1) and stored separately for further analyses. Liquid cultures
for proteomic analyses were performed in Middlebrook 7H9 me-
dium (Becton Dickinson) 0.5% (v/v) glycerol and 0.05% (v/v)
Tyloxapol (without OADC enrichment to avoid interference of
OADC with mass spectrometry).
1.3. Whole genome sequencing and phylogenic analyses

MABSC genomic DNA of clinical samples was extracted
following the cetyltrimethylammonium bromide (CTAB) extraction
protocol [17]. DNA samples were prepared for sequencing using the
TruSeq whole-genome sample preparation kit (Illumina, Inc.; San
Diego, CA) and sequenced on an Illumina HiSeq 2500, operated in
paired-end mode, with a read length of 125 bp. The mean depth of
coverage was 60� (for detailed sequencing statistics see Table S1).
Genome sequences were assembled by a comparative-assembly
method. First, reads were mapped to the genome of M. abscessus
ATCC 19977 (NC_010397.1) as a reference sequence using Burrows-
Wheeler Aligner (BWA) [18]. Thereafter, regions with insertions/
deletions (indels) or clusters of single nucleotide polymorphisms
(SNP) were identified and repaired by building local contigs from
overlapping reads spanning these regions [19]. Polymorphisms
(including SNPs and indels) were identified by aligning the genome
sequence of each isolate to M. abscessus ATCC 19977 using the
MUMmer sequence alignment package version 3.20 [20]. A
phylogenetic tree was reconstructed by the maximum parsimony
method using dnapars in Phylip 3.66 [21] based on a genome-wide
set of 187 092 SNPs (excluding sites with low-coverage,
Polymorphisms

MAB_4099c: -g in aa 2629*
MAB_4099c: R2744Q, V2681I T2425A,
A1794V, G1532E, D710E, E591D, M212V
MAB_4099c: -a in aa 1721*, V2852I, T2733S, T2425A, T2129S,
G2083D, G1263S, A1195V, D710E, E591D
MAB_2210c: 233bp del
MAB_4099c: Q1156*
MAB_1463: P204Q
MAB_4099c: A2320P
MAB_3507: G276E
MAB_4099c: -ag in aa 863*
Not done

strain used in the study (CF cystic fibrosis; PCD primary ciliary dyskinesia; Non-
respective mutations in rough morphotype isolates compared to the matched
t available, mutations in MAB_4099c as compared to ATCC19977 are shown.
espective panel. Asterisks indicate putative loss-of-function mutations in the

the identification of species-specific immunogenic proteins in the
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Fig. 1. MABSC colony morphotypes. Exemplary presentation of NonCF01 rough and
smooth colony isolates on Columbia agar with 5% Sheep Blood.

Fig. 2. Phylogenetic tree of MABSC strains. Maximum-parsimony phylogenetic tree of
the clinical isolates based a genome-wide collection of SNPs in relation to the reference
strains of M. abscessus ATCC19977 [39], M. massiliense GO 06 [40] and M. bolletii
FLAC003 [41].
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heterogeneous nucleotides, or indels). Genome sequences for
M. bolletii FLAC003 (CP014950.1) and M. massiliense GO 06
(NC_018150.2) were included in the phylogeny for reference
(Fig. 2).
1.4. Isolation of M. abscessus proteomes

MABSC isolates were grown aerobically in 10 ml of optimized
protein-free 7H9 medium (see above) to an OD600 nm ¼ 0.6e1.0 in a
square bottle at 37 �C on shaking incubator at 80 rpm.MABSC liquid
cultures were transferred to centrifugation tubes and centrifuged
(4000 � g, 15 min) at 4 �C to sediment the bacteria, whilst aliquots
of each bottle were plated out to confirm the desired colony mor-
photype. Culture supernatant was filtered through a 0.22 mm
cellulose-acetate-filter membrane and stored at �80 �C until
further analysis. Bacterial pellets were washed twice with chilled
PBS/0.05% (v/v) Tween 80 (PBS-TW), the resulting bacterial sedi-
ments pooled in 1 ml chilled PBS-TW and then again collected by
centrifugation (4000 � g, 15 min at 4 �C) and finally the bacterial
pellet was re-suspended in 9 ml PBS and 1 ml proteinase inhibitor
cocktail (10�, Sigma MS safe Protease-/phosphatase inhibitor
cocktail, Sigma-Aldrich, Merck KGaA, Darmstadt, Germany). 10
screw cap tubes each pre-filled with 0.3 g 0.1 mm glass beads
(Sigma Aldrich) and 10e12 3 mm beads (Merck Millipore) were
each filled with 1 ml of the bacterial suspension, followed by
Please cite this article as: M. Steindor et al., A proteomics approach for
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disruption in a bead-beater (50 Hz 4 � 1 min). Disrupted and ho-
mogenized samples were centrifuged (10 000 � g, 3 min) and the
resulting bacterial lysates were collected by pipette. The samples
(bacterial lysates) were separated from remaining beads by
centrifugation (10 000 � g, 5 min) in Spin Basket-Tubes (Investi-
gator Lyse&Spin Basket Kit, Qiagen, Hilden, Germany) and stored
at �80 �C until further analysis.

1.5. Mass spectrometry analysis

The proteins in culture supernatants were precipitated for
1 h at 4 �C by addition of 50% (w/v) trichloroacetic acid and 0.1%
sodium [dodecanoyl(methyl)amino]acetate in water, sedimented
by centrifugation and washed with ice-cold acetone. After
repeated centrifugation, the protein pellet was shortly air-dried at
room temperature and resolved in 50 mL of lysis buffer (30 mM
tris(hydroxymethyl)aminomethane, 2 M thiourea, 7 M urea, and
4% (w/v) 3-[(3-cholamidopropyl)dimethylammonio]-1-propane-
sulfonate, pH 8.5). The protein concentrations of supernatant and
bacterial lysate samples were determined by the Pierce 660 nm
Protein Assay (Fisher Scientific, Schwerte, Germany) and prepared
for LCeMS analysis by short separation via a 4e12% poly-
acrylamide gel as described elsewhere [22]. Therefore, up to 10 mg
per sample were loaded onto the gel (Novex NuPAGE, Thermo
Scientific, Darmstadt, Germany) and run for about 10 min. After
silver staining, protein bands were cut out, destained and washed.
Proteins were reduced by 10 mM dithiothreitol and alkylated with
55 mM iodoacetamide. Subsequently, proteins were digested for
16 h at 37 �C with 0.1 mg of trypsin (Serva, Heidelberg, Germany) in
100 mM ammonium hydrogen carbonate in water. Tryptic pep-
tides were extracted twice with a 1:1 (v/v) solution of acetonitrile
and 0.1% trifluoroacetic acid and, after acetonitrile removal,
resuspended in 0.1% (v/v) trifluoroacetic acid. After peptide
extraction 1.25 mg were subjected to liquid chromatography for
each LCeMS run. For peptide separation over a 120 min LC-
gradient with 300 nL/min an Ultimate 3000 Rapid Separation
liquid chromatography system (Thermo Scientific, Bremen, Ger-
many) equipped with an Acclaim PepMap 100 C18 column (75 mm
inner diameter, 25 cm length, 2 mm particle size from Thermo
Scientific, Bremen, Germany) was used. MS analysis was carried
out on a Q-Exactive plus mass spectrometer (Thermo Scientific)
operating in positive mode and equipped with a nano electrospray
ionization source. Capillary temperature was set to 250 �C and
source voltage to 1.4 kV. Survey scans were carried out over a mass
range from 200 to 2000 m/z at a resolution of 70 000 (at 200 m/z).
The target value for the automatic gain control was 3 000 000 and
the maximum fill time 50 ms. The 20 most intense peptide ions
(excluding singly charged ions) were selected for fragmentation.
Peptide fragments were analysed using a maximal fill time of
50 ms and automatic gain control target value of 100 000 and a
resolution of 17 500 (at 200 m/z). Peptides already fragmented
were excluded for fragmentation for 10 s.

Acquired spectra were searched using Mascot 2.4 within Pro-
teome Discoverer version 1.4.1.14 against a M. abscessus UniProt
database (release 2015_03, 4918 sequences). Within the software a
decoy database search was performed using the Percolator node
and peptides were filtered based on the peptide confidence score
(FDR Settings: Threshold 0.01 with validation based on the q-
Value). Carbamidomethyl at cysteine residues was set as a fixed
modification and methionine oxidation was considered as variable
modification. In addition, tryptic cleavage specificity (cleavage
behind K and R) was set to a maximum of two missed cleavage
sites.

Predefined values were used for other parameters including a
false discovery rate of 1% on peptide level, a main search precursor
the identification of species-specific immunogenic proteins in the
g/10.1016/j.micinf.2018.10.006
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mass tolerance of 10 ppm andmass tolerance of 0.4 Da for fragment
spectra. Label-free quantification was performed with Progenesis
QI for Proteomics (Version 2.0, Nonlinear Dynamics, Waters Cor-
poration, Newcastle upon Tyne, UK).
1.6. Bioinformatic analyses

Proteins found in supernatants of all isolates were selected for
further analyses. Amino acid sequences were obtained from the
Uniprot database [23] and used in a BLAST search [24] against
known or hypothetical proteins of clinically relevant NTM and the
M. tuberculosis complex listed in the NCBI database of non-
redundant sequences (for a list of mycobacterial species and their
taxonomic ID see Table S2), applying an E-value threshold of 10�10

for a given BLAST hit to be considered significant. The data was
subsequently transformed into a presence - absence matrix of
proteins in mycobacterial genomes (Fig. 4). Mycobacterial phylog-
eny was reconstructed from 16S ribosomal RNA genes obtained
from the NCBI GenBank database [25]. Sequences were aligned
using the MAFFT tool version 7.310 [26] and maximum likelihood
trees reconstructed using FastTree tool version 2.1.7 [27]. Protein
candidates without relevant sequence homologies to proteins of
other mycobacterial species were selected for further analyses.
Signal peptides in selected proteins indicating active secretion to
the extracellular department were identified via UniProt database
and the SignalP 4.1 Server [28]. Similarity searches for selected
proteins based on protein structure and domain composition were
performed against KEGG [29], NCBI [30], UniProt [23] and HHpred
[31] database. An E-value threshold of 10�3 for a given BLAST hit
was considered significant.
1.7. Identification of immunogenic protein candidates

Stabilization matrix alignment method (SMM align) [32] was
used for direct quantitative prediction of peptide MHC class II
binding affinities for amino acid sequences of MABSC candidate
proteins via Immune Epitope Database (IEDB, http://www.iedb.org/
) [33]. Binding peptides for all 15 selectable alleles of the human
HLA-DR locus were predicted and evaluated according to their
binding affinities using IC50 values (high affinity binding:
IC50 < 50 nM; intermediate affinity binding: IC50 < 500 nM; low
affinity binding: IC50 < 5000 nM) as described by Gurung et al.
[34].

For B-cell epitope prediction, the automated protein structure
homology-modelling server SWISS-MODEL (https://swissmodel.
expasy.org/) was used to generate 3D templates for each candi-
date protein [35]. The template with best GMQE (Global Model
Quality Estimation) score was used to predict linear and discon-
tinuous epitopes in ElliPro (http://tools.iedb.org/ellipro/) (mini-
mum score 0.5, maximum distance 6 Å) [36].
2. Results

2.1. Bacterial culture

Bacterial culture yielded seven rough and five smooth colony
isolates from seven clinical MABSC strains; five strains showed both
phenotypes and two strains showed only rough phenotypes
(Table 1, left panel, and Fig. 1). M. abscessus type strain ATCC 19977
showed both phenotypes as well. The colony morphotype is indi-
cated as a suffix in the study name of each isolate (S smooth, R
rough).
Please cite this article as: M. Steindor et al., A proteomics approach for
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2.2. Whole genome sequencing

Whole genome sequencing showed a genetic clustering of
clinical isolates with M. abscessus ATCC 19977 (Fig. 2). The identi-
fication of all clinical isolates as M. abscessus ssp. abscessus was
confirmed based on 16S rRNA and hsp65 sequences [37]. In a
multiple alignment, the isolates exhibited greatest similarity to
M. abscessus ssp. abscessus (54e26227 SNPs) and had at least
99 043 SNPs from M. bolletii and M. massiliense (Table S3). While
CF001 and CF029 were nearly identical to ATCC 19977 (54 and 67
SNPs, respectively), the other isolates were distant more than
20 000 SNPs. These latter isolates also had several large-scale in-
sertions and deletions relative to ATCC 19977. A maximum-
parsimony tree based on genome-wide SNP analysis shows the
phylogenetic relationships among the isolates (Fig. 2), indicating
high genetic similarity between CF001 and CF0029, as well as
nonCF001 and nonCF002, respectively. In fact, the two smooth non-
CF isolates were identical, and the corresponding isolates differed
by only 2 SNPs (outside of MAB_4099c). Though both CF001 and
CF0029 are highly similar to ATCC 19977, each had several unique
SNPs not found in the other (48 and 35, respectively). Despite the
diversity among most strains from different patients, pairs of iso-
lates (rough and smooth) from the same patient had only 1e2
differences between them (Table 1, right panel). 6 out of 7 rough
morphotype isolates showed mutations in the MAB_4099c gene,
which is known to control GPL production [38]. Three of these
mutations are indels that produce a frameshift, and one is a non-
sense mutation (stop codon), all presumably resulting in a loss-
of-function (indicated by asterisks in the right panel of Table 1).

2.3. Proteomics

Mass spectrometry of the seven rough and five smooth clinical
isolates and the two isolates of the ATCC19977 strain (rough and
smooth, respectively) detected a total of 3137 different proteins
(range 1719e2446 in the different strains, Fig. 3a). A total of 3084
different proteins were found in the bacterial lysates (range 1534e2
393, Fig. 3c) and 1302 in the supernatant (range 153e1089, Fig. 3b),
1249 of those proteins were found in both compartments. The
resulting total number of 3137 different detected proteins amounts
to 63.5% of the 4940 proteins encoded both chromosomally (4 918)
and on a plasmid (22) in the ATCC19977 genome [39]. 79 proteins
were found in all analysed supernatants of which 12 only showed a
significant homology Mycobacterium immunogenum in BLAST ana-
lyses (Fig. 4). All of these 12 proteins contain a putative signal
peptide and are therefore predicted to be secreted according to the
UniProt database and the SignalP algorithm. Four of these 12
secreted proteins were also found in every bacterial lysate indi-
cating presence in the intracellular and extracellular compartment
(Table 2, left panel). Three of these proteins are within the group of
proteins that showed the highest abundance within the superna-
tant whereas nine proteins could be considered as medium or low
abundant in the supernatant (Fig. S1). Notably, all proteins except
one (MAB_0974) are less than 250 amino acids in length.

2.4. Epitope prediction

In-silico prediction of epitopes predicted MHC-II high-binders
(IC50 < 50 nM) in 11 of these 12 proteins, including the four pro-
teins found in all bacterial lysates and supernatants. Intermediate
MHC-II binders (IC50 < 500 nM) as well as putative linear and
discontinuous B-cell epitopes were found in all 12 proteins (Table 2,
left panel). After the search for homologous proteins using BLAST
[24] against the KEGG [29], Uniprot [23] and NCBI [42] databases
did only yield hits annotated as “hypothetical protein”, we
the identification of species-specific immunogenic proteins in the
g/10.1016/j.micinf.2018.10.006
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Fig. 3. Protein detection results of mass spectrometry, a Total number of detected proteins in each isolate, b Number of detected proteins in the culture supernatant of each isolate. c
Number of detected proteins in the bacterial lysate of each isolate.
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performed a similarity search based on protein structure and
domain composition using HHpred [31]. Similarity search results
are shown in Table 2 (right panel) alongside characteristics of the
homologous proteins.

3. Discussion

Immunogenic proteins of MABSC would be very useful for
studies on the immune response toMABSC-associated diseases and
for their potential use in diagnostic immunoassays. In this current
study, we aimed to identify specific T-helper cell-, and B-cell- epi-
topes of MABSC in clinical strains using an in vitro proteomic
approach following in silico epitope prediction. We hypothesized
that promising protein candidates should fulfil the following re-
quirements: (1) they are expressed by all MABSC isolates, (2) they
are secreted into the extracellular compartment and are thus easily
available for interaction with the human immune system, and (3)
they are species-specific for MABSC.

We used smooth and rough morphotype isolates of clinical
strains of MABSC for our analyses as well as the well characterized
M. abscessus reference strain ATCC 19977. Whole-genome
sequencing of the clinical strains did not indicate patient-to-
patient transmission between CF002, CF023, CF034, which is
consistent with the results of VNTR (variable number of tandem
repeats) analysis of these strains in previous studies [16]. CF001 and
CF029 were very similar with 83 SNPs difference. Presuming a
threshold of 38 SNPs to indicate possible patient-to-patient
Please cite this article as: M. Steindor et al., A proteomics approach for
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transmission as proposed by Bryant et al. [43], direct transmission
can neither be proven nor ruled out in this case. Notably, both
patients were treated at the same pediatric CF center over several
years so at least a former transmission is conceivable. NonCF001
and nonCF002 are likely to be the same strain. Interestingly, all
strains are isolated from patients of a single tertiary care pediatric
hospital except from nonCF002, which was isolated from an elderly
female with bronchiectasis treated in the internal medicine ward of
the same hospital at the same time nonCF002 had the first culture
positive for MABSC. The source of acquisition of the same MABSC
strain in these two unrelated patients was not investigated in detail
in this study. However, theward of internal medicine and pediatrics
are two separate (yet adjacent) buildings and both patients did not
share therapists or medical equipment. Still, direct or indirect
contact of these patients and consecutive transmission of the strain
in other facilities of the hospital is possible. Six out of seven rough
isolates showed SNPs or indels in the MAB_4099c gene known to
regulate GPL production and thus determining rough or smooth
colony morphotype of MABSC [13]. These results support previous
reports indicating a genetic cause for MABSC phenotype changes
[12,44]. Although spontaneous mutations in MABSC and other
mycobacteria e e.g. in M. tuberculosis leading to loss of glycolipid
virulence factors such as phenol phthiocerol dimycolate (PDIM) e
under in vitro selection pressure have been described [11,19,45], we
consider an a priori presence of both phenotypes in vivo likely.
Howard et al. proposed an infection sequence for MABSC, in which
smooth phenotypes are part of and contribute to the biofilm
the identification of species-specific immunogenic proteins in the
g/10.1016/j.micinf.2018.10.006



Fig. 4. Presence-absence matrix of candidate proteins in the mycobacterial genus. Presence (yellow) or absence (green) of 79 proteins found in all culture supernatants of the study
isolates in mycobacterial genomes with mycobacterial phylogeny.

M. Steindor et al. / Microbes and Infection xxx (xxxx) xxx6
properties of infected (CF-) airways and a more virulent and inva-
sive rough phenotype arises from this environment, necessitating a
simultaneous presence of both phenotypes in the host [11]. Besides,
morphotypes of our clinical isolates were determined during the
first passage on agar plate after taking them from the stock, which
again was stored directly after isolation from the patient without
repetitive passages on culture, which further argues against
phenotype switches in vitro.

Proteomic analyses found 79 proteins in all 14 culture super-
natants of the analysed isolates, indicating constitutive expression
and secretion of these 79 proteins. 12 of these 79 proteins were
identified to be encoded in all MABSC genomes in the available
open databases, whilst showing no significant sequence
Please cite this article as: M. Steindor et al., A proteomics approach for
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homologies to proteins of other clinically relevant mycobacterial
species except M. immunogenum. These 12 proteins all carried
signal peptides indicating active secretion rather than bacterial
disintegration as cause for presence in the culture supernatant. The
overlap in protein expression between MABSC and
M. immunogenum is an expected finding, as M. immunogenum
(causative agent of hypersensitivity pneumonitis) is a species of the
former Mycobacterium chelonae-M. abscessus complex, which
comprises all members of MABSC (see phylogenetic tree in Fig. 4)
[46]. Overlaps in protein expression in clinically relevant myco-
bacterial species are common: M. tuberculosis proteins used as
antigenic targets in commercial interferon gamma release assays
(ESAT-6, CFP-10 and TB 7.7) are also present in other NTM species,
the identification of species-specific immunogenic proteins in the
g/10.1016/j.micinf.2018.10.006



Table 2
Candidate protein characteristics.

Protein Presence in
bacterial
lysate

T-cell epitope prediction B-cell epitope prediction Nearest protein homology based on protein structure and domain composition

MHC-II
intermediate
binders

MHC-II high
binders

Swissmodel
template

GMQE-
score

Linear B-cell
epitopes

Discontinuous
B-cell
epitopes

Best Hit (PDB
ID)

Probability
[%]

E-
value

Description (protein; characteristics; origin)

MAB_2594
(B1MBQ4)

5/14 172 0 4ILI.1.A 0.29 4 4 5CYB_A 64.96 8.6 Lipoprotein, lipocalin, PccL
Virulence/transport
Streptococcus pneumoniae

MAB_2697c
(B1MC06)

7/14 247 5 4ZJM.6.A 0.41 6 5 4ZJM_B 99.93 5.1e-
28

Lipoprotein LpqH
Virulence
Mycobacterium tuberculosis strain ATCC 25618/
H37Rv

MAB_3141
(B1MD97)

0/14 266 9 4UEJ.1.A 0.24 4 2 2LW3_A 95.76 0.019 Putative membrane protein mmpS4
Soluble domain
Mycobacterium tuberculosis

MAB_3249
(B1MDK6)

10/14 381 92 5HHJ.1.A 0.18 2 4 4V4N_BT 42.36 23 Preprotein translocase subunit SecE
Ribosomal
Methanococcus jannaschii

MAB_3402
(B1ME09)

6/14 255 16 2IV9.1.A 0.10 4 3 5XMZ_A 50.39 49 Effector protein PevD1
Effector
Verticillium dahliae

MAB_0405c
(B1MFV4)

14/14 380 58 3ROB.1.A 0.29 7 4 3K7C_D 98.82 6.4e-
10

Putative NTF2-like transpeptidase
Putative NTF2-like transpeptidase
Campylobacter jejuni

MAB_3801c
(B1MGD1)

7/14 299 36 3OD9.1.A 0.12 5 1 4QTQ_A 98.76 2.3e-9 XAC2610 protein
Beta-sandwich, calcium binding motif, Beta-
propeller
Xanthomonas axonopodis pv. citri

MAB_0565c
(B1MGX9)

12/14 157 8 2LW3.1.A 0.47 5 4 2LW3_A 99.72 3e-19 Putative membrane protein mmpS4
MmpS4 soluble domain
Mycobacterium tuberculosis

MAB_4281c
(B1MIY3)

14/14 441 40 5K69.1.A 0.06 3 3 4ESQ_A 57.15 120 Serine/threonine protein kinase
Membrane
Mycobacterium tuberculosis

MAB_0974
(B1MJB0)

7/14 845 75 2F9Y.1.B 0.04 4 4 5Z0R_A 18.56 410 Extracellular solute-binding protein family 1
Capsid
Zika virus

MAB_1614
(B1MMY7)

14/14 484 70 3CU3.1.A 0.27 6 5 3FKA_B 98.58 4.3e-9 Uncharacterized NTF-2 like protein
Unknown
Silicibacter pomeroyi DSS-3

MAB_1616
(B1MMY9)

14/14 250 27 3D9R.1.B 0.29 6 3 4OVM_C 99.1 2e-11 Uncharacterized protein SgcJ
Neocarzinostatin biosynthesis
Streptomyces carzinostaticus subsp.
neocarzinostaticus

Characteristics of the 12 MABSC species-specific candidate proteins found in every culture supernatant with their respective NCBI GenBank accession number. The number of strains in which the protein was found in the
bacterial lysate in the 14 analysed isolates is shown in column 2. The cumulative predicted number of MHC-II high-affinity binders (IC50 < 50 nM), intermediate-affinity binders (IC50 < 500 nM) is shown as predicted by the
immune epitope database for all 15 selectable alleles of the human HLA-DR locus. Linear/discontinuous B-cell epitopes predicted according to the best matching Swissmodel template (by GMQE-score) are shown. The first four
characters of the Swissmodel template ID represent the protein data bank (PDB) ID. Results of a similarity search of the candidate proteins based on protein structure and domain composition using HHpred are shown in the right
panel. Protein structural profiles are compared to known structures from PDB and hits are labelled with their PDB ID.
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namely Mycobacterium kansasii, Mycobacterium szulgai, Mycobac-
terium marinum and Mycobacterium flavescens (21).
M. immunogenum e unlike MABSC e does not seem to target CF or
non-CF-bronchiectasis patients rendering the protein expression
overlap only a minor drawback in terms of the specificity of
possible future immune-based diagnostic assays (22). All our 12
protein candidates were predicted to embody several T-helper-cell
epitopes for human HLA-DR alleles in silico, rendering them
potentially applicable for T-helper-cell-based immunoassays.
Linear and discontinuous B-cell epitopes were predicted in silico by
Ellipro for all proteins via Swissmodel templates. However, these
templates only showed relatively poor homology to their original
candidate proteins as indicated by low GMQE scores, potentially
limiting the power of B-cell epitope prediction. The difficulties in
generating B-cell epitope templates for our candidate proteins
based on homologies to known proteins are likely caused by their
(preconditioned) specificity for MABSC. Accordingly, the search for
structural protein homologues for candidate proteins to provide
information on protein characteristics failed in three standard
protein databases (i.e. KEGG, NCBI, Uniprot). Still, six candidate
proteins showed significant structural homologies to proteins an-
notated in the HHPred database. Of those, two proteins (i.e.
MAB_2697c and MAB_0565c) were structurally homologue to
proteins ofM. tuberculosis (Table 2, right panel). Interestingly, these
two mycobacterial proteins likely belong to protein families (lipo-
proteins and mmpS-membrane proteins respectively) that were
recently linked to virulence mechanisms promoting intracellular
survival of MABSC in amoebae and human macrophages, sup-
porting their assumed relevance in hostepathogen interaction [47].

In conclusion, we provide 12 promising protein candidates for
immunologic studies on MABSC. Their applicability needs to be
confirmed further in vitro or in/ex vivo assays.
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