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The mycobacterial Esx-1 (ESAT-6 system 1) exporter translocates virulence factors across the cytoplasmic membrane to the cell
wall, cell surface, and the bacteriological medium in vitro. The mechanisms underlying substrate targeting to distinct locations
are unknown. Several Esx-1 substrates are N-�-terminally acetylated. The role of this rare modification in bacteria is unclear. We
sought to identify genes required for Esx-1 substrate modification, transport, and localization. Pathogenic mycobacteria lyse
Acanthamoeba castellanii in an Esx-1-dependent manner. We conducted a genetic screen to identify Mycobacterium marinum
strains which failed to lyse amoebae. We identified a noncytotoxic M. marinum strain with a transposon insertion in a predicted
N-�-terminal acetyltransferase not previously linked to mycobacterial pathogenesis. Disruption of this gene led to attenuation
of virulence, failure to induce a type I interferon response during macrophage infection, and loss of hemolytic activity. The ma-
jor Esx-1 substrates, EsxA and EsxB, were exported to the cell surface, but only low levels were released into the bacteriological
medium. The balance of EsxA N-�-terminal acetylation was disrupted, resulting in a mycobacterial strain in which surface-asso-
ciated EsxA was hyperacetylated. Genetic complementation completely restored Esx-1 function and the levels of N-�-terminally
acetylated EsxA on the surface but restored only low levels of Esx-1 substrates in the bacteriological medium. Our results reveal a
novel gene required for mycobacterial Esx-1 export. Our findings indicate that maintaining the homeostasis of Esx-1 substrate
N-�-terminal acetylation is essential for Esx-1-mediated virulence. We propose an inverse correlation between EsxA acetylation
and virulence.

The ESAT-6 system 1 (Esx-1) exporter/WXG-100 secretion sys-
tem (WSS) promotes the virulence of both mycobacterial and

Gram-positive pathogens (1–7). In pathogenic mycobacteria,
Esx-1 mediates the interaction between the bacteria and the mac-
rophage cytosol by permeabilizing the phagosomal membrane (8–
13). The Esx-1/WSS are conserved in several nonpathogenic bac-
terial species where they have diverse roles (14–20).

Mycobacterial protein “substrates” are transported across the
cytoplasmic membrane to extracytoplasmic locations in vitro in
an Esx-1-dependent manner (4, 6, 21–33). The major Esx-1 sub-
strates, EsxA (ESAT-6, for early secreted antigenic target, 6 kDa)
and EsxB (CFP-10, for culture filtrate protein, 10 kDa) have been
localized to the cell wall, the cell surface, the capsule, and the
bacteriological medium (culture supernatant) in vitro (21, 28, 29,
31, 33). It is unclear if substrates are in the bacteriological medium
because they are extrinsically associated with the cell wall and
passively shed into the medium or true exoproteins that are ac-
tively secreted (34, 35). Recently, we demonstrated that surface
association of EsxA and EsxB, rather than secretion into the cul-
ture supernatant, correlated with virulence in Mycobacterium
marinum (27).

Mycobacterium marinum is a pathogenic mycobacterial species
that serves as an established model for Esx-1 export in Mycobac-
terium tuberculosis (2, 36–38). In M. marinum, the esx-1 locus
(MMAR_5439 through MMAR_5459) includes the genes required
for Esx-1 export (2, 23, 24, 30, 39). We recently reported a second
genomic region, MMAR_1663 to MMAR_1668, disruption of
which also abrogates Esx-1 substrate export to the cell surface and
into the culture supernatant (27). Several individual genes are
required for substrate export, disruption of which generally re-
sults in a loss of substrate export into the bacteriological medium
and Esx-1-mediated virulence. However, several recent studies

have indicated that the relationship between Esx-mediated export
in vitro and virulence is not straightforward (65, 66).

Based on the predicted localizations of Esx-1-associated pro-
teins, the Esx-1 exporter is thought to span the cytoplasmic mem-
brane (34, 40, 41). How the Esx-1 substrates traverse the mycolate
outer membrane (MOM) to distinct locations or if the known
Esx-1 genes promote this process are unknown (34, 41).

EsxA in the M. tuberculosis culture supernatant is N-�-termi-
nally acetylated (42, 43). N-�-terminal acetylation is the acetyla-
tion of the �-amino group of the N-terminal amino acid of a
protein substrate and is completely distinct from N-ε lysine acet-
ylation. Although N-�-terminal acetylation is a nearly ubiquitous
modification of human and Saccharomyces cerevisiae proteins,
there are very few specific examples of N-� terminally acetylated
proteins in bacteria (44, 67). EsxA is the only bacterial virulence
factor known to be N-�-terminally acetylated (43, 44). The mech-
anism behind the N-�-terminal acetylation of EsxA, and how this
modification affects Esx-1-mediated secretion and virulence are
unknown.

Because we do not know how Esx-1 substrates cross the
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MOM, how they are targeted to distinct extracytoplasmic loca-
tions, or how they are modified, we hypothesize that there are
several additional loci required for Esx-1 export that are unde-
fined.

The uptake and growth of pathogenic mycobacteria in both
macrophages and amoebae result in Esx-1-mediated cytolysis (8,
9, 45, 46). We generated an M. marinum M strain transposon (Tn)
insertion library including �25,000 independent strains (47). Us-
ing this near-saturating library, we conducted a pilot genetic
screen to identify novel genes required for Esx-1-mediated cytol-
ysis. Thus far, we have screened �1,100 mycobacterial strains and
identified 7 strains with decreased cytolytic activity with defects in
the Esx-1 export system. Here, we describe one strain isolated
from our screen and characterize a novel gene in M. marinum that
is required for Esx-1-mediated export and virulence. We demon-
strate that loss of this gene disrupts the homeostasis of EsxA acet-
ylation on the mycobacterial cell surface, which can be restored
using genetic complementation. We propose a model for Esx-1
export in which the unacetylated form of EsxA on the cell surface
correlates with mycobacterial virulence. Understanding how the
Esx-1 system functions to promote protein translocation at the
molecular level will advance both our understanding of mycobac-
terial virulence mechanisms and how to counteract them.

MATERIALS AND METHODS
Microbiological strains and growth conditions. All of the Mycobacte-
rium marinum strains used in this study were derived from the M strain
(ATCC BAA-535) and are listed in Table S1 in the supplemental material.
We follow the nomenclature rules for Esx-1-associated genes that were
proposed by Bitter et al. (48). Briefly, Ecc is Esx conserved components,
Esp is Esx secretion-associated protein, etc.; subscript 1 designates that the
genes are found at the esx-1 locus. The 120A3 strain is part of a Tn inser-
tion library maintained in the laboratory (47). In the 120A3 M. marinum
strain, the Tn inserted between the T/A dinucleotide at bases 42194 and
42195.

M. marinum strains were grown in Middlebrook 7H9 defined liquid
broth (Sigma-Aldrich) with 0.005% glycerol and 0.1% Tween 80 (Fisher
Scientific) or on Middlebrook 7H11 agar as previously described (24).
Strains were supplemented with kanamycin (20 �g/ml; IBI) or hygromy-
cin (50 �g/ml; EMD Millipore) when appropriate. For in vitro growth
experiments, mycobacterial strains were grown to an optical density at
600 nm (OD600) of �1.8 in Middlebrook 7H9 broth. Each strain was
inoculated into 25 ml of fresh 7H9 broth to an OD600 of 0.4 and grown at
30°C under agitation. The OD600 was measured at the time points shown
in Figure S1 in the supplemental material.

Identification of the Tn insertion in the 120A3 strain. The Tn inser-
tion site in the 120A3 strain was determined by generating a plasmid
library using 120A3 genomic DNA and selecting for the plasmid bearing
the DNA with the Tn insertion on kanamycin, exactly as described previ-
ously (27, 47). Plasmid preparations were performed using an AccuPrep
Plasmid Miniprep DNA extraction kit (Bioneer). The Tn insertion site
was identified by Sanger sequencing analysis performed by the Genomics
Facility at the University of Notre Dame using the 821A and 822A primers
(see Table S1 in the supplemental material), which anneal to the Tn and
allow sequencing of the Tn/genome junction (49). All primers in this
study were synthesized by Integrated DNA Technologies (IDT).

Plasmid construction. The PMOPMMAR_0039 (where MOP is myco-
bacterial optimal promoter) complementation plasmid was constructed
by amplifying the MMAR_0039 gene from M. marinum genomic DNA as
annotated on MycoBrowser (50) using the opc242 and opc244 oligonu-
cleotide primers (see Table S1). The resulting PCR product was purified
using an AccuPrep PCR purification kit (Bioneer) and digested with HpaI
and SnaB1 (New England BioLabs). The pMH406 plasmid includes the

esxBA genes from M. tuberculosis behind the constitutive MOP (4, 51).
The hygromycin (Hyg) variant of this plasmid was a gift from Jeffery S.
Cox. The esxBA genes were excised from the pMH406 Hyg plasmid by
digestion with PvuII and HpaI. The MMAR_0039 gene was introduced
into the digested and purified pMH406 Hyg vector lacking the esxBA
genes. The resulting complementation plasmid was confirmed by Sanger
sequencing analysis and was introduced into the 120A3 strain by electro-
poration. The resulting complementation strain was confirmed by ampli-
fying the MMAR_0039 gene using ofm19 and ofm20 oligonucleotide
primers (Table S1).

Protozoan strains and growth conditions. Acanthamoeba castellanii
(Douglas) Page was obtained from the American Type Culture Collection
(ATCC 30234) and was grown and maintained as previously described
(45).

Genetic screen to identify genes required for mycobacterial viru-
lence. A total of 2 � 104 A. castellanii amoebae were seeded in each well of
a 96-well plate (Sarstedt). M. marinum strains from the Tn insertion li-
brary (47) were delivered from colonies on agar plates using a 48-pin
replicator tool to Page’s modified Neff’s amoeba saline (PAS) medium in
a fresh 96-well plate. A multichannel pipette was used to mix cells in
suspension, and 10 �l of each M. marinum suspension was delivered to
the amoebae, resulting in various multiplicities of infection (MOIs). The
plate was centrifuged to promote interaction between the amoebae and
bacteria (1,000 rpm for 30 min) and incubated for 2 h at room tempera-
ture (RT). The infected monolayers were washed three times with phos-
phate-buffered saline (PBS) to remove external bacteria. The amoebae
were incubated in fresh PAS medium, and the monolayers were visualized
under a light microscope every day for up to 5 days postinfection. Strains
that failed to significantly disrupt the monolayer, indicating a loss of cy-
totoxicity against the amoebae similar to the M. marinum control strain
with a deletion of region of difference 1 (�RD1) were selected for future
study. We screened 13 96-well plates for the pilot screen.

Cytotoxicity assays. M. marinum strains were incubated with A. cas-
tellanii at an MOI of 10 as described by Kennedy et al. (45). Following 2 h
of incubation with M. marinum, the amoebae were washed three times
with PBS, fresh peptone-yeast-glucose (PYG) medium was added, and the
cells were incubated for 24 h at RT. RAW 264.7 macrophages were coin-
cubated with M. marinum at an MOI of 25 for 2 h. The macrophages were
washed three times with PBS and incubated at 37°C and 5% CO2 in fresh
Dulbecco’s modified Eagle’s medium (DMEM) supplemented with 10%
heat-inactivated fetal bovine serum (FBS) for 3 h. Amoebae and macro-
phages were stained using either ethidium homodimer 1 (EthD-1; Invit-
rogen/Molecular Probes) or a Live/Dead viability/cytotoxicity kit for
mammalian cells (Life Technologies) and imaged using an AxioObserver
inverted microscope (Zeiss) exactly as described by Kennedy et al. (27).

Gentamicin protection assays. Amoebae and RAW macrophages
were infected with M. marinum at an MOI of 1 using the same procedure
as described above. After phagocytosis, 100 �g/ml of gentamicin was
added to the medium, and the cells were incubated for an additional 2 h to
kill extracellular bacteria. The amoebae and macrophages were washed
three times with PBS. Amoebae were incubated at RT in fresh PAS me-
dium. The infected RAW macrophages were maintained in fresh DMEM
supplemented with 10% FBS at 37°C and 5% CO2. Bacteria were har-
vested, and CFU were counted at specific time points as described previ-
ously (52). Statistically significant differences between the wild-type (WT)
and either the 120A3 or �RD1 CFU count at each time point were deter-
mined by performing a two-tailed Student’s t test using the TTEST func-
tion in Microsoft Excel. P values of �0.05 were considered significant.

Hemolysis assay. Sheep red blood cell (sRBC) (defibrinated sheep
RBCs; BD) lysis assays were performed by incubating M. marinum with
washed sRBCs for 2 h at 30°C exactly as described previously (47). Each
assay was performed on at least three biological replicates. The data pro-
vided here are representative of the three replicates. Error bars represent
standard deviations.
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Esx-1 secretion assays. M. marinum bacteria were grown in Sauton’s
liquid medium to induce Esx-1 export exactly as described previously
(27). Cell lysate (CL) and culture filtrate (CF) fractions were prepared and
quantitated exactly as previously described (27). Substrate export was
detected by either Western blot analysis, matrix-assisted laser desorption
ionization–mass spectrometry (MALDI-MS), or quantitative mass spec-
trometry (see below). For the Western blot analysis, 12.5 �g of cell lysates
and culture filtrates was separated on a 4 to 20% Criterion Tris-HCl poly-
acrylamide gel (Bio-Rad) and transferred to nitrocellulose. Nitrocellulose
membranes were incubated with antibodies against ESAT-6 (EsxA) (1:
3,000 [ab26246; Abcam]), CFP-10 (EsxB) (1:5,000 [NR-13801; BEI Re-
sources]), MPT-32 (1:5,000 [NR-13807; BEI Resources]), or RNA poly-
merase subunit � (RNAP-�) (1:5,000 [ab12087; Abcam]) and detected
using either chemiluminescence or a Li-Cor Odyssey Imager as described
previously (47). Surface protein (SP) fractions were generated by washing
M. marinum colonies grown on Sauton’s agar with water, as described
previously (27, 47). MALDI-MS analysis of SP fractions was performed
identically as described by M. M. Champion et al. (47). Briefly 1 �l of SPs
from the WT, eccCb::Tn, 120A3, and complemented (MMAR_0039)
strains was spotted and dried on a 384-well MALDI target, overlaid with 1
�l of a saturated solution of sinapinic acid in 0.1% trifluoroacetic acid
(TFA; Sigma, St. Louis, MO), and dried. MALDI spectra were acquired on
a Bruker AutoFlex tandem time of flight (TOF/TOF) MS in linear mode.
External (adjacent-spot) calibration was performed using myoglobin
(16,952.3 m/z, 8,476.6 m/z) and insulin (5,734.5 m/z). Spectra were ac-
quired at 100 Hz; 2,000 spectra were summed per spot. Remaining SP
fractions were digested and analyzed as described below.

Mycobacterial RNA extraction and qualitative RT-PCR. Total RNA
was extracted from 25 ml of exponential-phase cultures of M. marinum
using an RNeasy minikit (Qiagen) according to the manufacturer’s rec-
ommendation with the following modifications. After bacterial cells were
harvested, they were resuspended in 1 ml of RLT buffer containing 0.1%
2-mercaptoethanol and transferred to a 2-ml screw-cap tube containing
glass beads. The mixture was homogenized in a mini-bead beater (Bio-
Spec Products) with three 30-s pulses. RNA samples were treated with
DNase I. Reverse transcriptase PCR (RT-PCR) was performed using a
SuperScript III One-Step RT-PCR kit (Life Technologies) according to
the instructions. The thermal cycler program was as follows: cDNA syn-
thesis step at 45°C for 30 min; denaturation step 94°C for 2 min, followed
by 30 cycles of amplification (94°C for 15 s, 58°C for 30 s, and 68°C for 1
min) and a final extension of 68°C for 5 min.

Macrophage infection and RNA extraction. The RAW 264.7 mouse
macrophage cell line was maintained at 37°C and 5% CO2 in DMEM
supplemented with 10% FBS. A total of 5 � 105 cells were preseeded in a
24-well plate (Greiner Bio-one) for 24 h. The cells were incubated with
5 � 106 bacteria for 2 h at 37°C. The nonphagocytized bacteria were
removed by washing, and fresh medium was added. RNA was extracted at
4 h postinfection using a Direct-zoL RNA MiniPrep kit (Zymo Research)
according to the manufacturer’s instructions. Eluted RNA was digested
with RNase-free DNase I and repurified using a Direct-zoL column. The
RNA was quantified using a Nanodrop 2000 instrument (Thermo Fisher
Scientific).

qRT-PCR. Quantitative real-time PCR (qRT-PCR) was performed
using a Power SYBR Green 1-Step kit (Life Technologies) and an ABI
Prism 7500 Fast real-time PCR system (Life Technologies). The reaction
was performed in 20 �l using 100 nM primers and 50 ng of RNA as the
template. The thermal cycling parameters were as follows: step 1, 48°C for
30 min; step 2, 95°C for 10 min; step 3, 95°C for 15 s; step 4, 60°C for 15 s.
Steps 3 and 4 were repeated for 40 cycles, followed by melt curve analysis.
The mRNA level of beta interferon (IFN-�) was normalized to that of
glyceraldehyde-3-phosphate dehydrogenase (GAPDH). The IFN-� and
GAPDH primers used here are listed in Table S1 in the supplemental
material. Statistical analysis was performed with GraphPad Prism, version
5, software using a Mann-Whitney U nonparametric test.

Mass spectrometry proteomics. Targeted mass spectrometry (multi-
ple-reaction monitoring [MRM]) with stable isotope dilution mass spec-
trometry were performed essentially as described in Kennedy et al. (27)
and as briefly described below.

Protein digestion. Digestion and cleanup were performed as de-
scribed previously (27, 47). Fifty micrograms of cell lysate or culture fil-
trate or 100 �l of surface protein (ca. 20 �g) was desalted and delipidated
by two rounds of acetone precipitation and washing. Samples were resus-
pended in 25 �l of 2,2,2-trifluoro-ethanol (TFE; Sigma), 25 �l of 50 mM
ammonium bicarbonate (ABC; Sigma), and 10 mM dithiothreitol (DTT;
Sigma) and reduced at 56°C for 1 h. Following this, samples were alkylated
with 15 mM iodoacetic acid (Sigma) for 15 min at RT in the dark. Next,
samples were diluted to �500 �l with 50 mM ABC, and 500 ng of se-
quencing grade trypsin (Promega) was added in two additions 1.5 h apart;
samples were allowed to digest for 8 h at 37°C. Following digestion, sam-
ples were quenched by the addition of 5 �l of TFA (Sigma), dried to �20
�l, and then resuspended to 100 �l total in 0.3% formic acid (Fisher).
Samples were desalted using a C18 spin column (Protea) according to the
manufacturer’s instructions. To 10 �g of each sample, stable heavy-iso-
tope peptides with 13C15N labeling of Lys and Arg were added as described
by Kennedy et al. (27) from GroES, EsxA, MMAR_2929, and the N-ter-
minal peptide of EsxA (NT-EsxA) with and without acetylation (New
England Peptide). All peptides were added as 500� dilutions from the
following stocks: GroES, 130 �M stock, 130 fmol on-column with each
sample; MMAR_2929, 116 �M; EsxA (internal), 142 �M. NT-EsxA (TE
QQWNFAGIEAASSAIQGNVTSISHLLDEGK) and EsxA (Ac-TEQQWN
FAGIEAASSAIQGNVTSISHLLDEGK, where Ac is acetylated) were
added at 1:50 dilutions due to poor recovery (used as absolute internal
standards[IS] only, normalized to GroES and EsxA internal peptide se-
quence). All stable heavy-isotope peptides were tested for purity, and
transitions were determined using MRM as described below for liquid
chromatography-tandem mass spectrometry (LC-MS/MS) analysis. Sam-
ples were then dried to dryness in a SpeedVac and resuspended in 25 �l of
0.5% formic acid prior to LC-MS/MS analysis.

LC-MS/MS (MRM) targeted quantitative mass spectrometry was per-
formed nearly identically as described by Kennedy et al. (27). Two micro-
liters of the above-digested culture filtrate, cell lysate, or cell surface pro-
teins plus stable isotope standards (800-ng total) was loaded onto a
100-�m by 100-mm C18 BEH column (Waters) running at 600 nl/min on
a two-dimensional (2D) nano-Ultra high-performance liquid chroma-
tography (HPLC) system (Eskigent). A 90-min gradient running from 2
to 50% buffer B (buffer A consists of 0.1% formic acid in water; buffer B
consists of 0.1% formic acid in acetonitrile) (Burdick and Jackson) was
used for separation (100-min total). MRM mass spectrometry was per-
formed on a QTrap 6500 (AB Sciex) running in triple-quadrupole mode.
Source was set as curtain (CUR) 25, voltage at 2.3 kV (ion spray voltage
[ISV]), and sheath gas (GS1) at 12 lb/in2. MRM transition parameters are
provided as Fig. S3 in the supplemental material. A total of 111 transitions
were monitored including stable heavy isotopes and quantifier qualifier.
MRM transitions were determined as published previously (24, 27, 53,
54). All samples were analyzed in triplicate with biological duplicates.

Peak area integration. The top transition (quantifier) from each set of
peptide transitions was integrated using MultiQuant (version 2.1) (AB
Sciex) using the MQ4 integration algorithm with 3-point Gaussian
smoothing. Area ratios were taken versus the peak area of the constant
stable heavy-isotope area for each peptide. The absolute quantification for
each peptide/protein was taken as the absolute ratio of the known stable
heavy-isotope peak area to the endogenous area, averaged for all replicate
injections. Normalization to WT and relative MRM area ratios were com-
pared to the area and the area ratio of GroES and used to correct for a
response due to cellular lysis and loading/autosampler variance. Our nor-
malization is designed to mimic the response of Western blotting but is
substantially more sensitive, multiplexed, and capable of absolute quan-
tification. Absolute quantification of proteins was taken as the average
quantitative response normalized per 1 �g of total protein as this enables
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comparison to other laboratories’ nonstandard concentrations from cul-
ture filtrate preparations. Since equal culture volumes and growth rates
were represented from each sample, this serves as a reasonable estimate of
the response and quantification obtained on a per/volume/CFU basis. To
determine the statistical differences between the acetylated and unacety-
lated forms of EsxA, we performed Student’s t test using the TTEST func-
tion in Microsoft Excel. We performed a one-way analysis of variance
(ANOVA) test to determine if the trends of the percent acetylation from
each fraction were significantly different. Finally, we performed a one-way
ANOVA test to determine if there were statistically significant differences
between the levels of EsxA on the cell surface of the WT, 120A3, and
complemented strains.

RESULTS
Identification of an M. marinum strain which causes decreased
cytolysis of amoebae. We hypothesized that additional genes re-
quired for Esx-1 export could be identified by screening for M.
marinum strains that cannot lyse A. castellanii. We initiated a pilot
genetic screen (1,100 M. marinum strains) using a near-saturating
transposon (Tn) insertion library in Mycobacterium marinum
(47). We spotted the Tn insertion library onto agar, diluted the
colonies into fresh PAS (Page’s Modified Neff’s amoeba saline)
medium, and infected amoebae seeded in 96-well plates with M.
marinum for 2 h using variable MOIs. We visualized the amoeba
monolayer every day for 5 days postinfection until the majority of
M. marinum strains lysed the amoeba monolayers. We reasoned
that this approach would enrich for strains specifically defective
for Esx-1-mediated cytolysis. M. marinum Tn insertion strains
that failed to lyse the monolayer were used to reinfect A. castellanii
at a fixed MOI (MOI of 10). The �RD1 M. marinum strain, which
bears a deletion in several genes required for Esx-1 export, and the
wild-type (WT) M strain were used as controls. Cytolysis was de-
tected by staining the infected amoebae at 24 h postinfection with
ethidium-homodimer 1 (EthD-1), a nucleic acid stain that does
not cross intact cellular membranes (2, 27). In cells with perme-
abilized membranes, the dye binds DNA and emits a red fluores-
cent signal. The data from this experiment, in which we identified
the 120A3 M. marinum strain, are presented in Fig. 1. Infection of
the amoebae with WT M. marinum resulted in cytolysis of the
amoeba monolayer and a red fluorescent signal (Fig. 1A). The
�RD1 strain caused less cytolysis and a lower fluorescent signal.
Similar to infection with the �RD1 strain, infection of the amoebae
with the 120A3 strain resulted in low levels of cytolysis and red
fluorescence. We measured changes in cytolysis by counting the
number of EthD-1-stained cells across 10 fields (Fig. 1B).

To verify the cytolysis data, we measured the ability of each
strain to replicate within the amoebae using gentamicin protec-
tion assays. Following infection, gentamicin was added to the me-
dium to kill extracellular bacteria, while the internalized bacteria
were protected by the amoebae (45). The results of this experi-
ment are shown in Fig. 1C. The WT strain replicated within the
amoebae through 48 h postinfection. The �RD1 and the 120A3
strains were attenuated for growth compared to the WT strain. To
demonstrate that the attenuation was not due to an overall growth
defect of the 120A3 strain, we measured in vitro growth of the M.
marinum strains in defined medium (see Fig. S1 in the supple-
mental material). We observed no significant difference be-
tween the growth rates of the WT, �RD1, and 120A3 strains.
We conclude that we have identified an M. marinum strain
which caused decreased cytolysis of and was attenuated for
growth within amoebae.

FIG 1 The 120A3 strain is less cytotoxic and attenuated for growth in amoe-
bae. M. marinum infection of A. castellanii was performed at an MOI of 10. (A)
Images were acquired at 24 h postinfection using a 20� objective on an
AxioObserver inverted microscope (Zeiss). Scale bar, 20 �m. Ethidium ho-
modimer (EthD-1) staining showed the permeabilization of amoeba mem-
branes (right). (B) Quantification of the amoeba cytolysis. Red EthD-1-stained
cells per field were counted; 10 independent fields from each infection were
counted, and the counts were averaged. Error bars indicate the standard devi-
ations between fields. (C) Gentamicin protection assays. Following infection,
the amoeba monolayer was treated with gentamicin (100 �g/ml) for 2 h.
Treated cells were washed and resuspended in fresh medium. Bacteria were
harvested and plated for CFU at the indicated time points. Error bars represent
the standard deviations; experiments were performed in triplicate. The differ-
ences between the CFU counts at 48 h postinfection for the WT versus the
�RD1 strain (P 	 0.02) and WT versus the 120A3 strain (P 	 0.03) were
statistically significant as determined by a Student’s t test. The CFU counts at 0
and 24 h postinfection were not significantly different (P 
 0.05).
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The 120A3 strain bears a Tn insertion in the MMAR_0039
gene. To map the Tn insertion in the genome of the 120A3 M.
marinum strain, we isolated the Tn-containing region and defined
the mariner Tn/genomic DNA junction using DNA sequencing
analysis (27, 47). The Tn insertion mapped between the T/A di-
nucleotide at position 42194/42195 bp, which is within the pre-
dicted open reading frame for the MMAR_0039 gene (annotated
as bases 41992 to 42291) (Fig. 2A).

Based on the position of the Tn insertion relative to the pre-
dicted MMAR_0039 open reading frame, we expected that tran-
scription of the MMAR_0039 gene would be disrupted in the
120A3 strain. We measured MMAR_0039 transcription using
qualitative RT-PCR with primers which flanked the Tn inser-
tion site (Fig. 2B). We detected a band corresponding to the
MMAR_0039 transcript from RNA isolated from the WT strain. A
much weaker band was observed from RNA isolated from the
120A3 strain. These data indicate that transcription from the
MMAR_0039 gene was reduced in the 120A3 strain compared to
the WT strain.

The annotation of the region in MycoBrowser indicates that
the adjacent gene, MMAR_0040, overlaps the MMAR_0039 gene
by 3 bp (Fig. 2A) (50). To test if the two genes were cotranscribed,
we measured transcription from the MMAR_0040 gene. We did
not detect MMAR_0040 transcript from either strain under these
experimental conditions (Fig. 2B). As a positive control, we mea-
sured transcription from the esxA gene, which resides at the esx-1
locus. We amplified size-appropriate products from genomic
DNA for all three genes. These data indicate that despite the pre-
dicted overlap between the two genes, MMAR_0039 and
MMAR_0040 are not cotranscribed in M. marinum under the
conditions tested. Considering the orientation of the amt_1 gene,
we conclude that the Tn insertion specifically affected transcrip-
tion from the MMAR_0039 gene.

MMAR_0039 is required for virulence in M. marinum. Be-
cause the 120A3 strain causes decreased cytolysis toward amoebae,
we expected that it would also be attenuated in macrophage mod-
els of infection. Because cytolysis requires uptake, replication, and
cytosolic access of pathogenic mycobacteria (2, 8, 12, 46), we used
cytolysis to measure the endpoint of mycobacterial infection in
macrophages. We infected RAW 246.7 murine macrophage-like
cells with the WT, eccD1::Tn, and 120A3 strains. The eccD1::Tn
strain bears a Tn insertion in the eccD1 gene, which is required for
Esx-1 export (4, 6, 79). To measure Esx-1-dependent cytolysis, we
infected RAW 246.7 cells at an MOI of 25. At 3 h postinfection, we
stained the macrophage monolayers for lysis and viability using
EthD-1 and calcein-acetoxymethyl (calcein-AM). Calcein-AM is a
membrane-permeable dye that is cleaved by esterases in the cyto-
sol of viable cells. Cleavage results in a product localized to the
cytosol that emits green fluorescence. As with amoebae, infection
of the RAW 246.7 cells with the WT strain resulted in decreased
viability (less green signal) and increased lysis (increased red sig-
nal) compared to uninfected cells (Fig. 3A). The eccD1::Tn strain
failed to appreciably lyse the macrophage monolayer compared to
the WT strain. Infection of the RAW 246.7 cells with the 120A3
strain was phenotypically similar to that with the eccD1::Tn strain.
Cytolysis was quantified by counting the number of EthD-1-la-
beled RAW cells per field across at least 10 independent fields (Fig.
3B). We measured the ability of each strain to replicate within the
RAW cells using gentamicin protection assays (see Fig. S2 in
the supplemental material). The WT strain replicated within the
RAW 246.7 cells through 48 h postinfection. The �RD1 and the
120A3 strains were attenuated for growth compared to the WT
strain. From these data we conclude that the 120A3 strain causes
decreased cytolysis and is attenuated for growth within RAW
246.7 cells.

To determine if the Tn insertion in the MMAR_0039 gene was
responsible for the decreased cytotoxicity, we sought to genetically
complement the 120A3 M. marinum strain. We introduced the
MMAR_0039 gene behind the mycobacterial optimal promoter
(MOP) and integrated it into the att site in the M. marinum ge-
nome to generate the complemented strain (120A3/PMOP

MMAR_0039) (Fig. 2A) (4, 51). Infection of the RAW 246.7 cells
with the complemented strain restored Esx-1-mediated cytolysis
(Fig. 3A and B). From these data we conclude that the
MMAR_0039 gene is specifically required for Esx-1-mediated vir-
ulence and cytolysis.

The M. tuberculosis Esx-1 system elicits a type I interferon
(IFN) response during the infection of macrophages (13). We
hypothesized that the M. marinum Esx-1 system would also elicit
a type I IFN response during macrophage infection. We measured
transcription of the type I IFN, IFN-�, using quantitative RT-PCR
(qRT-PCR) on RNA isolated from RAW 246.7 cells at 4 h postin-
fection with M. marinum (Fig. 3C). The levels of IFN-� transcript
were normalized to the levels of GAPDH transcript. Compared to
uninfected macrophages, WT M. marinum significantly induced
transcription of IFN-� (P 	 0.0286). The level of IFN-� transcript
induced by infection of the RAW 246.7 cells with the eccD1::Tn
strain and the 120A3 strain was significantly reduced compared
to that of the WT strain (P 	 0.0286). Infection of the RAW
246.7 cells with the complemented strain restored induction of
IFN-� transcript. There was no significant difference between
the levels of induction by the WT and complemented strains
(P 	 0.2000). From these data we conclude that M. marinum

FIG 2 The Tn insertion in the 120A3 strain disrupts transcription from the
MMAR_0039 gene. (A) Genetic organization of the MMAR_0039 locus in the
genome of M. marinum. The Tn inserted within the MMAR_0039 gene in
the reverse orientation (the direction of the Kan promoter on the Tn relative
to the orientation of the MMAR_0039 promoter). (B) Qualitative RT-PCR
analysis of MMAR_0039, MMAR_0040, and esxA in the WT and 120A3
strains. esxA was used as a positive control for transcription. DNA refers to
genomic DNA.
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induces IFN-� during macrophage infection in an Esx-1-depen-
dent, MMAR_0039-dependent manner.

MMAR_0039 is required for Esx-1 export in M. marinum.
Because host cell cytolysis and IFN-� induction are functions me-
diated by Esx-1 ex vivo, we tested if the MMAR_0039 gene was
required for Esx-1 function in vitro. M. marinum lyses sheep red
blood cells (sRBCs) in a contact-dependent, Esx-1-dependent
manner (2, 55). We measured the hemolytic activity of the 120A3
strain (Fig. 4A). WT M. marinum lysed sRBCs, as indicated by the
increased OD405 compared to that of the negative control (PBS).
The strains bearing Tn insertions in known Esx-1 genes (eccD1 and
eccCb) failed to lyse sRBCs. The eccCb::Tn strain bears a Tn inser-

tion in the eccCb gene which encodes an FtsK-like AAA-ATPase
required for Esx-1 export (4, 6). Consistent with a loss of Esx-1
function, the 120A3 strain was nonhemolytic. Hemolysis was re-
stored to nearly WT levels in the complemented strain. These data
demonstrate that the MMAR_0039 gene is required for Esx-1-
mediated hemolysis.

Hemolysis by M. marinum has historically correlated with the
Esx-1-mediated secretion of the EsxA substrate into the culture
supernatant in vitro (2). To test if the 120A3 strain exported the
EsxA and EsxB substrates into the culture supernatant, we pre-
pared cell lysate (CL) and culture filtrate (CF) protein fractions.
Protein production and secretion were detected by Western blot

FIG 3 The MMAR_0039 gene is required for macrophage cytolysis and IFN-� induction. (A) M. marinum infection of RAW 264.7 cell line. Macrophages were
infected at an MOI of 25. Images were acquired at 3 h postinfection with a 20� objective on a Zeiss AxioObserver microscope. Scale bar, 20 �m. EthD-1 staining
reflected membrane permeabilization of the macrophages. Calcein-AM labeled live macrophages. Comp, complemented strain 120A3/PMOPMMAR_0039. (B)
Quantification of RAW 246.7 cytolysis. The numbers of red EthD-1-stained cells per 10 independent fields were counted, and the numbers of stained cells were
averaged. Error bars indicate the standard deviation between fields. (C) The induction of the type I IFN response was assessed in RAW 246.7 cells at 4 h
postinfection by measuring the expression level of IFN-� using qRT-PCR. IFN-� transcript was normalized to the levels of GAPDH transcript. Significance was
determined using a Mann-Whitney U nonparametric test.
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analysis (Fig. 4B). WT M. marinum produced EsxA and EsxB and
exported both proteins into the culture supernatant. The
eccD1::Tn and eccCb::Tn strains produced but failed to export both
EsxA and EsxB into the CF. The 120A3 strain produced both EsxA

and EsxB to levels comparable to those of the WT strain. The
120A3 strain exported reduced but detectable levels of EsxA and
EsxB into the CF. Complementation of the MMAR_0039 gene
resulted in increased EsxA and EsxB export into the culture super-
natant. Notably, in both the WT and complemented strains, a
higher-molecular-weight (MW) “smear” was present in the CF
lanes that was absent in the CF fractions generated from the
Esx-1-deficient strains. Together, these data demonstrate that
MMAR_0039 specifically contributes to Esx-1 export in vitro.

To further characterize how the loss of the MMAR_0039 gene
in M. marinum affected the levels and export of the Esx-1 sub-
strates, we prepared protein tryptic digests of samples of both CL
and CF fractions generated from the M. marinum strains and used
an MRM-based targeted proteomics approach to specifically and
accurately quantify the levels of Esx-1 substrates (see Fig. S3 in the
supplemental material for MRM transitions). For EsxA, we used
stable heavy-isotope dilution to absolutely quantify changes in
production and export (see Fig. S4). We are unable to use stable
heavy-isotope dilution to measure the levels of EsxB because, in
M. marinum, the esxB gene (which encodes EsxB) is duplicated
(MMAR_0187) and produces a protein identical to EsxB at the
amino acid level. Levels of Esx-1 substrates were normalized to the
levels of GroES, a commonly used lysis control for Western blot
analysis. The measurements of EsxA levels in the CL and CF frac-
tions are presented in Fig. 4C. Consistent with the Western blot
analysis in Fig. 4B, the levels of EsxA in the CL fractions generated
from the eccD1::Tn strain were comparable to those of the WT
strain (319.96 � 21.83 fmol/�g and 300.12 � 9.48 fmol/�g, re-
spectively). The levels of EsxA in the CLs generated from the
120A3 strain and the complemented strain were 248.89 � 28.44
fmol/�g and 245.34 � 11.17 fmol/�g, which corresponds to
82.93% and 81.47% of the EsxA levels in the WT strain. The level
of EsxA in the CL from the eccCb::Tn strain was 55.22 � 4.07
fmol/�g, which corresponded to 18.40% of the EsxA levels in the
CL from the WT strain.

The majority of EsxA generated by the WT strain was found in
the CF fraction (1,400.64 � 115.01 fmol/�g). Relative to the WT
strain, the levels of EsxA in the CF fractions generated from the
eccCb::Tn, eccD1::Tn, and 120A3 strains were 5.37 � 0.57 fmol/�g,
16.03 � 1.33 fmol/�g, and 20.94 � 2.14 fmol/�g, which corre-
sponds to 0.38%, 1.14%, and 1.50%, respectively, of the EsxA
found in the CF generated from the WT strain. Restoration of the
MMAR_0039 gene resulted in 69.54 fmol/�g of EsxA in the CF
(4.96% of WT levels).

We used targeted proteomics to quantify the relative changes
in the levels of several additional Esx-1 substrates in the CL and CF
generated from the Esx-1-deficient and complemented M. mari-
num strains compared to the WT strain (see Fig. S5 in the supple-
mental material). The EsxB, EspB, EspF, PPE68, EspJ, and EspK
substrates were detected to various levels in the CL fractions from
all strains. The levels of each substrate in the CF from the 120A3
strain were greatly reduced relative to the levels of each substrate
in the CF from the WT strain (0.84% to 7.71% of WT). Restora-
tion of the MMAR_0039 gene resulted in increased levels of each
substrate in the CF (6.91% to 36.33% of the WT strain). Together,
these data indicate that the MMAR_0039 gene is required for the
export of Esx-1 substrates from M. marinum.

Loss of the MMAR_0039 gene affects N-�-terminal acetyla-
tion but not transport of EsxA to the cell surface. Esx-1 sub-
strates are also associated with the mycobacterial cell surface in

FIG 4 The MMAR_0039 gene is required for Esx-1 export and hemolysis in vitro.
(A) Hemolysis assay to measure Esx-1 function. PBS served as a negative control,
and water served as a positive control for RBC lysis. Error bars represent the stan-
dard deviations. Experiments are representative of three biological replicates. (B)
M. marinum Esx-1 substrate production and secretion into the bacteriological
medium as detected by Western blot analysis. The RNAP-� subunit served as
a control for lysis and as a loading control for the cell lysate (CL); MPT-32
served as a loading control for the culture filtrate (CF) (filled arrowhead). The
CFP-10 antibody detected the EsxB protein from M. marinum. The ESAT-6
antibody detected the EsxA protein from M. marinum (open arrowhead). (C)
Absolute quantitation of EsxA from CL and CF from M. marinum WT, eccCb::
Tn, eccD1::Tn, and 120A3 mutant and complemented strains. Quantification was
determined by LC-MS/MS (MRM-based) analysis of tryptic digests with the ad-
dition of stable isotope dilution of peptides from each protein. EsxA values shown
are normalized to those of GroES (see Fig. S4 in the supplemental material). Stan-
dard error is shown from triplicate analyses. �, anti.
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vitro (27–29, 31). Because we observed low levels of EsxA and EsxB
in the CF fractions generated from the 120A3 strain, we hypothe-
sized that substrates may be present on the 120A3 cell surface. To
test this hypothesis, we measured the presence of the EsxA and
EsxB substrates on the M. marinum cell surface using the whole-
colony MALDI-MS Esx-1 secretion assay we developed previously
(47). M. marinum strains were grown on Sauton’s agar to induce
Esx-1 export. Surface proteins (SPs) were isolated by performing
an aqueous extraction highly enriched for proteins extrinsically
associated with the mycobacterial cell surface (47). We detected
EsxA and EsxB in SP fractions generated from the surface of the
WT strain (Fig. 5A). The EsxA protein resulted in two peaks, cor-
responding to the unacetylated and N-�-terminally acetylated
(Ac-EsxA) forms of EsxA (47). The eccCb::Tn strain, which pro-
duced but did not export EsxA and EsxB into the CF (Fig. 4B),
served as a control for lysis in the MALDI assay. Accordingly, EsxA
and EsxB were not detected on the surface of cells of the eccCb::Tn
strain. The peak at �10,500 m/z likely represents the second iden-
tical EsxB protein encoded by MMAR_0187, as we reported earlier
(27, 47). Both EsxA and EsxB were present on the surface of the
120A3 strain. From these data we conclude that the 120A3 strain
still functionally exported EsxA and EsxB to the mycobacterial cell
surface.

The MALDI-MS assay is not generally quantitative. To accu-
rately measure the levels of EsxA present on the mycobacterial cell
surface, we isolated SPs, digested them with trypsin, and con-
ducted targeted MRM proteomics with stable heavy-isotope dilu-
tion for both an internal tryptic peptide of EsxA (LAAAWGGSG
SEAYR) and GroES (27). We normalized the levels of EsxA to
GroES to control for lysis. The levels of EsxA on the cell surface
were 84.57 � 7.30 fmol/50 �l, 88.23 � 24.62 fmol/50 �l, and
69.38 � 6.08 fmol/50 �l for the WT, 120A3, and complemented
strains, respectively (Fig. 5B). There is no statistically significant
difference between the means of the levels of EsxA on the surface
for all three strains as determined by a one-way ANOVA (F2,6 	
2.161, P 	 0.1964), indicating that surface export of EsxA is not
disrupted in the 120A3 strain.

Our prior work indicated that the presence of EsxA on the M.
marinum cell surface was a virulence determinant (27). Yet the
120A3 strain was attenuated despite the presence of EsxA on the
cell surface. One explanation is that the EsxA on the surface of
the 120A3 strain was nonfunctional or altered from the EsxA on
the surface of the WT and complemented strains. MMAR_0039
encodes a conserved hypothetical protein with a predicted
N-acetyltransferase (NAT) activity (50). NATs promote the N-�-
terminal acetylation of proteins. Structural predictions using the
Phyre 2 server confirmed that MMAR_0039 resembles known and
predicted bacterial and eukaryotic NATs at the structural level
(56). The structure of the RimI GNAT (Gcn5-related NAT) from
Salmonella bound to acetyl-coenzyme A (CoA) (44) and the struc-
tural model of MMAR_0039 are shown in Fig. 5C (left and center,
respectively). Structural alignment between the RimI GNAT and
the model for MMAR_0039 (Fig. 5C, right) demonstrated that the
two proteins are likely structurally significantly similar (P 	
2.90e�04; a P value of �0.05 is significant) (57).

We sought to determine if the N-�-terminal acetylation of
EsxA was altered by the loss of the MMAR_0039 gene. Figure 5D
shows a magnified version of the EsxA peaks from the MALDI
data presented in Fig. 5A (boxed). Relative to the EsxA peaks gen-
erated from the WT SPs, the peak corresponding to unacetylated

EsxA was diminished in the SPs from the 120A3 strain (Fig. 5D).
Complementation of the MMAR_0039 gene restored the mass
equal to that of unacetylated EsxA from the M. marinum cell
surface.

To address the magnitude of the changes we observed in the
N-�-terminal acetylation of EsxA, we used targeted mass spec-
trometry to perform differential quantification of N-�-terminally
acetylated and unacetylated EsxA associated with the surface. We
measured changes in the levels of the unacetylated and N-�-ter-
minally acetylated N-terminal tryptic peptide from EsxA (TEQQ
WNFAGIEAASSAIQGNVTSISHLLDEGK and Ac-TEQQWNFA
GIEAASSAIQGNVTSISHLLDEGK) present in the SP fractions
from the WT, 120A3, and complemented strains (Fig. 5E). We
observed a statistically significant increase in the levels of acety-
lated EsxA in the 120A3 strain compared to the level in the WT
strain (P 	 0.0485). Similarly, we observed a statistically signifi-
cant decrease in the levels of unacetylated EsxA on the cell surface
from the 120A3 strain compared to the level of the WT strain (P 	
0.0026). The levels of acetylated and unacetylated EsxA on the cell
surface of the complemented strain were not significantly differ-
ent from the levels on the surface of the wild-type strain (P 	
0.1125 and P 	 0.2982, respectively).

The area ratios of the N-terminal peptides (unacetylated N-ter-
minal EsxA peptide plus N-�-terminally acetylated N-terminal
EsxA peptide) provided a second analytical measurement of the
total population of EsxA on the cell surface (Fig. 5B), and con-
firmed that the 120A3 strain had exported EsxA to the cell surface
at WT levels (Fig. 5E, add striped and white bars).

From these data we calculated the percentage of N-�-termi-
nally acetylated EsxA on the mycobacterial cell surface (Fig. 5F).
We found that 30.01% of N-terminal tryptic peptides from EsxA
in the SPs from the WT strain were N-�-terminally acetylated. In
contrast, 72.21% of N-terminal tryptic peptides from EsxA in the
SPs generated from the 120A3 strain were N-�-terminally acety-
lated. The difference in the percent acetylation values was signifi-
cant between the WT and 120A3 strains (P 	 0.0006). Comple-
mentation resulted in an intermediate level of N-�-terminally
acetylated EsxA (51.83%) that was not statistically different from
the percent acetylation of EsxA on the WT strain (P 	 0.09). We
conducted the same analysis on the EsxA N-terminal peptides
found in the CL and CF fractions (Fig. 5F). For the WT strain
23.88% of EsxA in the CL fraction and 31.35% of EsxA in the CF
fraction were N-�-terminally acetylated. For the 120A3 strain,
45.35% of EsxA the CL fraction and 36.89% of EsxA in the CF
fraction were N-�-terminally acetylated. Statistical analysis indi-
cated that the change in percent acetylation in the CL but not the
CF generated from the 120A3 strain was significantly different
from the percent acetylation in the wild-type fractions (CL, P 	
0.0165; CF, P 	 0.3625). Restoration of the MMAR_0039 gene
failed to return the percent acetylation of EsxA in the CL and CF
fractions to wild-type levels (percent acetylated EsxA in CL frac-
tion, 42.66%; percent acetylated EsxA in the CF fraction, 19.52%).
Both of these measurements were statistically different from the
percent acetylation in the wild-type strain (CL, P 	 0.0331; CF,
P 	 0.0291). Together, these data indicate that loss of the
MMAR_0039 gene altered the homeostasis of N-�-terminal acet-
ylation of EsxA. The only change in EsxA acetylation that was
genetically linked to the loss of the MMAR_0039 gene was at the
cell surface. Together these findings indicate that the loss of the
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MMAR_0039 gene specifically affected the levels of N-�-terminal
acetylation of surface-associated EsxA.

We have observed that the Esx-1 substrates, EspB and EspF,
were also N-�-terminally acetylated (see Fig. S6 in the supplemen-
tal material) (24, 58). We measured the levels N-�-terminally
acetylated and unacetylated N-terminal tryptic peptides of EspF
and EspB. A total of 76.65% of the N-terminal EspB peptides were
N-�-terminally acetylated in the CF fraction generated from the
WT strain. We were unable to detect unacetylated N-terminal
EspB peptides in the CL fraction or any N-terminal EspB peptides
in SP fractions. In the CL, CF, and SP fractions from the WT
strain, 43.18%, 43.95%, and 53.13% of the N-terminal EspF pep-
tides were N-�-terminally acetylated, respectively (see Fig. S7 in
the supplemental material). Although there were significant dif-
ferences between the percent acetylation of EspF in the 120A3
strain compared to the WT strain, an additional copy of the
MMAR_0039 gene failed to restore WT acetylation. EsxN, a sub-
strate of the Esx-5 system in M. marinum, is N-�-terminally acety-
lated (42, 59–61). Relative to the Esx-1 substrates measured in this
study, the vast majority of the N-terminal EsxN peptides detected
in the CL, SP, and CF fractions were acetylated for all three strains
(88 to 93%) (see Fig. S7). The changes to the N-�-terminal acet-
ylation of EsxN across the three strains were minimal. Yet an ad-
ditional copy of the MMAR_0039 gene restored WT acetylation of
EsxN in the CF fraction. Based on these findings we cannot rule
out a global role for MMAR_0039 in mediating the acetylation of
the EsxA paralog, EsxN.

DISCUSSION

This study has yielded several novel findings that expand our un-
derstanding of the Esx-1 export system in M. marinum. We iden-
tified MMAR_0039, a novel gene specifically required for Esx-1-
mediated export and virulence in M. marinum. MMAR_0039
was discovered in a genetic screen for M. marinum strains
with decreased cytolytic properties. We demonstrated that the
MMAR_0039 gene, which has not previously been linked to my-
cobacterial pathogenesis, was required for the cytolysis of amoebae
and RAW 264.7 mouse macrophage-like cells. We showed that the
MMAR_0039 gene was required for Esx-1-mediated hemolysis,
induction of IFN-� transcription in RAW 264.7 cells, protein
export into the bacteriological medium, and virulence in M. ma-
rinum. The addition of an exogenous copy of the MMAR_0039
gene restored cytolysis and the IFN-� response and partially re-
stored the export of Esx-1 substrates to the culture supernatant in

vitro. This study demonstrates that there are additional esx-1 loci
in the M. marinum genome.

Although Esx-1 substrate export to the bacteriological medium
was disrupted, the loss of the MMAR_0039 gene in the 120A3
strain did not alter the export of EsxA to the surface of the myco-
bacterial cell. Quantitative analysis of the populations of EsxA
revealed hyperacetylation of the N-�-terminal acetylation of EsxA
in the 120A3 strain on the cell surface, which was restored by the
addition of the MMAR_0039 gene. Although we observed changes
in the acetylation of EspF in the 120A3 strain, exogenous expres-
sion of the MMAR_0039 gene failed to restore acetylation to wild-
type levels, indicating that the changes we observed in the N-�-
terminal acetylation of EspF did not correlate with virulence. It
remains possible that MMAR_0039 is required for mediating the
acetylation level of EsxN, though to a lesser extent than for EsxA.
To our knowledge, this is the first report of a mycobacterial strain
in which N-�-terminal acetylation is altered. Moreover, there is
an inverse relationship between EsxA acetylation and Esx-1-me-
diated virulence.

It is generally thought that Esx-1-mediated export of substrates
into the bacteriological medium is directly linked to virulence.
Mycobacterial strains that export Esx-1 substrates at wild-type
levels are virulent; strains which fail to export Esx-1 substrates at
wild-type levels are attenuated. Indeed, the vast majority of liter-
ature supports this premise. It is assumed that the levels of Esx
substrate export in vitro are a meaningful measure of virulence.
Yet despite the ease of measuring Esx-1 export into the bacterio-
logical medium, there has been no successful measurement of the
levels of Esx-1 substrate export in the host.

Several recent papers directly support the idea that the rela-
tionship between the levels of in vitro secretion into the medium
and virulence is not straightforward (27, 62–65). Chen et al. re-
ported a virulent M. tuberculosis strain with single point mutations
in the EspA substrate which failed to secrete Esx-1 substrates into
the culture supernatant as detected by Western blot analysis (65).
One interpretation of this finding is that Esx-1 substrate export
into the culture supernatant is not required for virulence.

We recently reported an attenuated M. marinum strain
(MMAR_1663::Tn::1664) which did not export EsxA and EsxB to
the cell surface or into the CF in vitro (27). The addition of the WT
locus to the mutant strain partially restored virulence and low
levels of export of EsxA and EsxB to the cell surface but not the
release of these proteins into the CF. We interpreted these findings
to mean that the presence of EsxA and EsxB on the cell surface,

FIG 5 The N-�-terminal acetylation of EsxA, but not export to the cell surface, is altered in the 120A3 strain. (A) Whole-colony MALDI assay to measure EsxA
and EsxB export to the cell surface. Two MALDI peaks represent unacetylated EsxA and N-�-terminally acetylated EsxA (Ac-EsxA). The eccCb::Tn strain served
as a control for lysis. au, arbitrary units. (B) Absolute levels of EsxA from surface proteins from M. marinum WT, 120A3, and complemented strains. Quanti-
fication was determined by LC-MS/MS (MRM-based) analysis of tryptic digests with the addition of stable isotope dilution of peptides from each protein. EsxA
values shown are normalized to GroES values (see Fig. S4 in the supplemental material). Standard error is shown from triplicate analyses. There is no statistically
significant difference between the levels of EsxA on the surface for all three strains as determined by a one-way ANOVA (F2,6 	 2.161, P 	 0.1964). (C) Model
of the Salmonella RimI NAT bound to acetyl-CoA based on the structure by Vetting et al. (44) generated using PyMOL (78). The Phyre 2 model MMAR_0039
was generated using PyMOL. The alignment of RimI and MMAR_0039 was performed using FatCat (57) and modeled using PyMol. (D) MALDI peaks for
unacetylated EsxA and acetylated EsxA (Ac-EsxA) (dotted lines) generated from SPs from M. marinum strains grown on Sauton’s agar. The peaks are enlarged
versions of the peaks boxed in panel A for emphasis. (E) Quantitation of unacetylated and N-�-terminally acetylated EsxA (Nt-EsxA) from surface proteins from
M. marinum WT, 120A3, and complemented strains using MRM analysis. The average area ratio normalized to GroES is shown. Standard error is shown from
triplicate analysis. The statistical significance of the differences between the WT and 120A3 strains, as well as the WT and complemented strains, were determined
using Student’s t test and are listed in the text. (F) Percentage of the EsxA peptides that were N-�-terminally acetylated (%Nt-Ac) in the CL, SP, and CF fractions
generated from M. marinum WT, 120A3, and complemented strains. Percent acetylation was calculated as follows: (area ratio of N-�-terminally acetylated
peptide)/(area ratio of N-�-terminally acetylated peptide  area ratio of unacetylated N-terminal peptide) � 100. The statistical significance of the differences
in percent acetylation were determined using Student’s t test; the P values are indicated in the text.
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rather than in CF fractions generated in vitro, correlates with M.
marinum virulence ex vivo (27).

Most recently, Siegrist et al. (66) reported that in Mycobacte-
rium smegmatis, very low levels of Esx-3 substrates in the culture
supernatant (from �1% to 40% of WT levels), as measured by
quantitative isotope dilution proteomics, correlates with Esx-3
function (survival under low-iron conditions). In this study, com-
plementation was measured by Esx-3 function, not export. Esx-3
function did not correlate with WT levels of Esx-3 substrates in the
culture supernatant.

Here, we showed that the 120A3 M. marinum strain was defi-
cient for the Esx-1-mediated export of several protein substrates.
Exogenous expression of the MMAR_0039 gene in the 120A3
strain resulted in a complete restoration of virulence, as measured
by cytolysis, hemolysis, and IFN-� induction during macrophage
infection. Yet we found that expression of the MMAR_0039 gene
resulted in only partial restoration of Esx-1 substrates in the cul-
ture supernatant (�7 to 35%, similar to the measurements for
Esx-3 in Siegrist et al. [66]). Rather than conclude that comple-
mentation was incomplete, we conclude that the wild-type levels
of Esx-1 substrates in the culture supernatant in vitro do not cor-
relate with virulence. This is the first study to define the levels of
each Esx-1 substrate in the supernatant that correlate with viru-
lence. Our findings directly support the findings of Siegrist et al.
and demonstrate that this phenotype extends to Esx systems with
distinct functions and in different mycobacterial species. We pro-
pose that the levels of Esx-1/Esx-3 substrates generated under lab-
oratory conditions do not reflect the levels required for function
in the natural environment (i.e., host, water, or soil). This may
indicate that in vitro export may not be subject to regulatory
mechanisms that occur in the actual environmental niche.

Although there are few examples of N-�-terminal acetylation
of bacterial proteins, the vast majority of yeast and human
proteins are acetylated at their N termini (67). The functional
consequences of this modification are unclear, but N-�-terminal
acetylation has been linked to regulating protein stability, degra-
dation, and protein-protein and protein-membrane interactions
(68–70). EsxA is the only known bacterial virulence factor that is
N-�-terminally acetylated (43, 44). This study defines the first M.
marinum strain in which EsxA acetylation is altered. This strain is
attenuated, but it is unclear why. We can rule out that the atten-
uation is due to alterations in the levels of EsxA export to the cell
surface. Because we used MRM with isotope dilution with
the same peptide standards to measure EsxA export in our previ-
ous and current studies, we can directly compare the levels of EsxA
between separate experiments (27). The levels of extracytoplasmic
EsxA (cell surface and CF) generated from the attenuated 120A3
strain were greater than those for the partially virulent strain we
described previously (MMAR_1663::Tn::1664/pMMAR_1663–
1668) (27). Moreover, the surface levels of EsxA in the 120A3
strain are not different from those of the wild-type strain. There-
fore, the attenuation of the 120A3 strain is not simply due to low
levels of extracytoplasmic EsxA.

One possibility is that the hyperacetylation of EsxA disrupts the
Esx-1 system, either at the level of substrate export or function,
leading to attenuation. Structural and biochemical studies have
demonstrated that EsxA (ESAT-6) heterodimerizes with EsxB
(CFP-10), forming a four-helix bundle (6, 71, 72). Okkels et al.
showed that EsxB preferentially interacts with unacetylated EsxA
in vitro using 2D gel electrophoresis of CF fractions from M. tu-

berculosis followed by far-Western blot analysis. The authors pro-
posed that N-�-terminal acetylation of EsxA disrupts its interac-
tion with EsxB, allowing EsxA to promote virulence (42, 43).
Several studies have supported the idea that EsxA is a pore-form-
ing toxin; EsxA and/or the EsxA/EsxB dimer can bind to and form
pores within membranes (5, 28, 73–75). The pore-forming activ-
ity of EsxA/EsxB associated with the mycobacterial cell is reported
to be more potent than EsxA alone, indicating that either EsxA/
EsxB oligomerization or other cell-associated proteins contribute
to pore formation (28, 75). Indeed, it has been suggested that EsxA
and/or the EsxA/EsxB form higher-order oligomers (64, 76). The
N-terminal charge reduction that results from N-�-terminal acet-
ylation could affect not only the ability of EsxA to interact with
EsxB but also oligomerization of the complex, membrane interac-
tion, or pore-forming activity. EsxA and EsxB export is required
for the export of all of the other M. marinum substrates measured
here (79). Consistent with this observation, EsxA and EsxB may
not only be substrates of the Esx-1 system but may also be part of
the apparatus. For example, if EsxA/EsxB dimers oligomerize to
form the channel across the MOM, disruption of oligomerization
could affect the export of the other Esx-1 substrates. Alternatively,
hyperacetylation of EsxA could be a phenotype associated with a
nonfunctional Esx-1 exporter. Further experimentation is re-
quired to distinguish between the two possibilities.

Regardless of mechanism, our findings indicate that EsxA acet-
ylation is important in Esx-1-mediated virulence. Brodin et al.
reported that the N-�-terminal acetylation of EsxA (ESAT-6) does
not affect function (64). In this study, the Thr at position 2 of
EsxA, the site of N-�-terminal acetylation, was changed to a His
(T2H) and expressed in M. tuberculosis H37Rv. The M. tuberculo-
sis strain exported EsxA(T2H) into the CF and retained virulence
in SCID mice (64). The acetylation status of EsxA(T2H) was not
determined. The idea that substitution of the Thr at the second
position of EsxA would lead to the loss of virulence relies upon the
assumption that the N-�-terminal acetylated form of EsxA corre-
lates with virulence. We propose that there is an inverse relation-
ship between EsxA acetylation and virulence (Fig. 6). Consistent
with this idea, whether EsxA(T2H) is unacetylated or N-�-termi-
nally acetylated, like the WT protein (which is not 100%), we
would predict that this strain would retain virulence, in agreement
with both Lange et al. and Brodin et al. (42, 64).

We can propose direct and indirect models to explain how
MMAR_0039 promotes Esx-1 acetylation homeostasis or export.
MMAR_0039 could function directly to deacetylate EsxA and
other Esx-1 substrates. The loss of a deacetylase would result in
increased EsxA acetylation. Structural predictions of MMAR_
0039 indicate that it is an N-terminal acetyltransferase (NAT).
Our efforts to demonstrate biochemically that MMAR_0039 is the
EsxA acetylase have thus far been unsuccessful (data not shown).
However, NATs often function in complexes, which may explain
why the protein alone cannot N-�-terminally acetylate EsxA.
MMAR_0039 could affect EsxA acetylation indirectly by N-�-ter-
minally acetylating another target that affects Esx. These models
will be the subject of future investigation. Because EsxN N-�-
terminal acetylation was not greatly affected by the loss of
MMAR_0039, we propose that the effects on EsxA acetylation are
specific. Thus, there may be proteins required to mediate the acet-
ylation state of substrates from each Esx system which could serve
to regulate function.

BLAST analysis revealed that although the MMAR_0039 gene
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is highly conserved in several mycobacterial species, there is no
clear ortholog of MMAR_0039 in M. tuberculosis. Yet EsxA from
M. tuberculosis is N-�-terminally acetylated (42, 43). EsxA pro-
teins from M. marinum and M. tuberculosis are 91.5% identical
and 97.9% similar at the amino acid level. The first six amino acids
which generally target substrates to NATs are identical. One of the
hallmarks of NATs, in all species, is that although they all perform
the same catalytic reaction, there is very low conservation at the
amino acid level (44, 69).

Our findings raise the idea for the first time that surface-local-
ized unacetylated EsxA and other Esx-1 substrates play a role in
export or virulence. We defined the acetylated and unacetylated
populations of EsxA in the wild-type strain for the first time in
vitro. The fact that two populations exist in and on the wild-type
strain may indicate that N-�-terminal acetylation of EsxA is a
means to regulate Esx-1 export or function. A limitation of the
current study is that we do not know the N-�-terminal acetylation
state of EsxA on the mycobacterial cell surface in the host. This is
difficult to measure as there are currently no antibodies available
to specifically detect N-�-terminal acetylation. To fully define the
role of EsxA acetylation, a mycobacterial strain in which all of the
EsxA is N-�-terminally acetylated is required. Such a strain can-
not currently be engineered by substituting amino acids at the
second position of EsxA. However, the disruption of the MMAR_
0039 gene resulted in an M. marinum strain in which the majority

of surface-associated EsxA was acetylated. Clarifying the mecha-
nism of hyperacetylation in the 120A3 strain and the role of
MMAR_0039 in this process will directly improve our ability to
generate such a strain.

Recent work identified several putative N-�-terminally acety-
lated proteins in a wide range of nonpathogenic bacterial species,
suggesting that the N-�-terminal acetylation in bacteria is far
more widespread than currently appreciated (77). Indeed, addi-
tional mycobacterial proteins are likely N-�-terminally acety-
lated. Here, we provide the first insight into how this poorly
understood modification in bacteria is related to virulence.
Collectively, the evidence presented here suggests that the MMAR_
0039 gene is required for maintaining the appropriate balance of
acetylated versus unacetylated EsxA and that maintaining this ho-
meostasis is required for Esx-1-mediated mycobacterial virulence.
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