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(Bacl(ground: Enterococcal bacteriocin BacL, shows bactericidal activity in the co-presence of BacA.
Results: Recombinant BacL, alone acts as a p-isoglutamyl-L-lysine endopeptidase against E. faecalis peptidoglycan indepen-

Conclusion: BacL, is a peptidoglycan hydrolase and potentially lyses viable bacterial cells in the presence of BacA.
Significance: This study of bacterial fratricide mediated by bacteriocin provides new insight into the ecological physiology of
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Enterococcus faecalis strains are commensal bacteria in
humans and other animals, and they are also the causative agent
of opportunistic infectious diseases. Bacteriocin 41 (Bac41) is
produced by certain E. faecalis clinical isolates, and it is active
against other E. faecalis strains. Our genetic analyses demon-
strated that the extracellular products of the bacL; and bacA
genes, which are encoded in the Bac41 operon, coordinately
express the bacteriocin activity against E. faecalis. In this study,
we investigated the molecular functions of the BacL, and BacA
proteins. Immunoblotting and N-terminal amino acid sequence
analysis revealed that BacL, and BacA are secreted without any
processing. The coincidental treatment with the recombinant
BacL, and BacA showed complete bacteriocin activity against
E. faecalis, but neither BacL, nor BacA protein alone showed the
bacteriocin activity. Interestingly, BacL, alone demonstrated
substantial degrading activity against the cell wall fraction of
E. faecalis in the absence of BacA. Furthermore, MALDI-TOF
MS analysis revealed that BacL, has a peptidoglycan p-isoglu-
tamyl-L-lysine endopeptidase activity via a NIpC/P60 homology
domain. These results collectively suggest that BacL, serves as a
peptidoglycan hydrolase and, when BacA is present, results in
the lysis of viable E. faecalis cells.

Bacteriocins are antimicrobial proteins or peptides produced
by a wide variety of bacteria. Bacteriocins usually show a narrow
spectrum of antimicrobial activity that is specifically active
against species that are identical or closely related to the strain
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that is producing the bacteriocin (1). Meanwhile, bacteriocin-
producing bacteria also have specific immunity factors that
protect the producer strain from being killed by the cognate
bacteriocin. The production of bacteriocin is thought to pro-
vide a competitive advantage to the producer strain in an eco-
logical niche that has closely related strains present.

Many clinical isolates of Enterococcus faecalis have been
reported to produce various bacteriocins (2, 3). These entero-
coccal bacteriocins are often encoded on a pheromone-respon-
sive conjugative plasmid (4—-7). They have been classified into
five groups based on the bactericidal spectrum identified in our
previous study (6). Class 1 is active against a wide variety of
Gram-positive bacteria (6, 8). The B-hemolysin/bacteriocin
(cytolysin), which belongs to class 1-type bacteriocins, shows
not only bactericidal activity but also hemolytic activity against
mammalian cells, and it is associated with virulence in an ani-
mal model (9-11). Class 2 is active against a broad spectrum of
bacteria, including E. faecalis, the other Streptococcus spp., and
Staphylococcus aureus. The class 2 bacteriocins contain the
peptide antibiotics AS-48 (12) and bacteriocin 21 (13). Class 3
shows activity against E. faecalis, Enterococcus hirae, and Liste-
ria monocytogenes and includes bacteriocin 31 (6). Class 4 and
class 5 show activity only against E. faecalis and E. hirae,
respectively (4, 14-16).

Bacteriocin 41 (Bac41)? is a class 4 type bacteriocin found in
the pheromone-responsive plasmid pYI14 of the clinically iso-
lated strain E. faecalis YI14 (4). Our subsequent epidemiologic
study showed that more than 50% of E. faecalis clinical strains,
but not laboratory strains, produce Bac41 (17). Our previous
genetic analysis revealed several features of Bac41. Bac41 is spe-
cifically active only against E. faecalis and has no activity against
Enterococcus faecium. The determinant of Bac41 is encoded in
the EcoRI fragments A (12.6 kbp) and H (3.5 kbp) of pYI14 and
consists of six genes, including bacL;, bacL,, bacA, and bacl.

2The abbreviations used are: Bac41, bacteriocin 41; SH3, Src homology 3;
THB, Todd-Hewitt broth; CBB, Coomassie Brilliant Blue; Ni-NTA, nickel-ni-
trilotriacetic acid; PSD, postsource decay.
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TABLE 1
Bacterial strains and plasmids used in this study
Description Source/Reference
Strains
E. faecalis OG1S str; derivative of OG1 Ref. 26
E. coli DH5c Host for DNA cloning Bethesda Research Laboratories
E. coli BL21 Rosetta Host for protein expression Novagen
Plasmids
pAM401 E. coli-E. faecalis shuttle plasmid; cat, tet Ref. 38
pHT1100 pAM401 containing wild-type Bac41 Ref. 4
pHT1101 pAM401 containing Bac41 without bacA Ref. 4
pMG1106 pAM401 containing Bac41 without bacL, Ref. 4
pAM401::bacL ,/bacL, pAM401 containing bacL , and bacL, Ref. 4
pAM401::bacL ,-his/bacL., pAM401 containing bacL ,-his and bacL, This study
pAM401::flag-bacL ,-his/bacL, PAMA401 containing flag-bacL ,-his and bacL, This study
pMGS100 E. coli-E. faecalis shuttle expression plasmid; cat, tet Ref. 39
pPMGS100::bacA PMGS100 containing bacA This study
PMGS100::bacA-his pPMGS100 containing bacA-his This study
pMGS100::flag-bacA-his PMGS100 containing flag-bacA-his This study
pET22b(+) Expression vector of His-tagged protein in E. coli Novagen
pET::bacA pET22b (+) containing bacA This study
pET:bacL, pET22b (+) containing bacL, This study
pET:bacL Al pET22b (+) containing bacL , truncate Al This study
pET:bacL ,A2 pET22b (+) containing bacL , truncate A2 This study
pET:bacL ,A1A2 pET22b (+) containing bacL , truncate A1A2 This study
pET:bacL ,A3 pET22b (+) containing bacL , truncate A3 This study

The bacteriocin activity of Bac41 is complementarily expressed
by two extracellular components: the bacL,- and bacA-en-
coded proteins, BacL, and BacA. ORF bacL, is required for the
expression of bacL ; and bacL, itself (18). ORF bacl is an immu-
nity factor protecting the Bac41-harboring strain from being
killed by BacL, and BacA (4).

BacL, is a 595-amino acid protein (64.5 kDa) consisting of
two domains located in the 3-140 and 163-315 amino acid
regions of the amino acid sequence. The domains show homol-
ogy to the bacteriophage-type peptidoglycan hydrolase and the
NIpC/P60 family peptidoglycan hydrolase, respectively (19, 20).
A C-terminal, three-repeat structure located in the 329-590
amino acid region of BacL; shows homology with the bacterial
Src homology 3 (SH3) domain that is reported to bind to the
bacterial cell wall (21, 22). BacA is a 726-amino acid protein
(79.1 kDa) showing a significant degree of homology to YbfG
and YkuF of Bacillus subtilis (23). The functions of YbfG and
YkuF are unknown, but a putative peptidoglycan-binding
domain and a domain similar to the GH25 family peptidoglycan
hydrolase are detected in the 81-140 and 208 —491 amino acid
regions of BacA, respectively (4, 24).

The N termini of BacL, and BacA are predicted to have a
signal peptide, presumed to be secreted in a sec-dependent
manner (4). These investigations suggest that BacL, and BacA
are cell wall lytic enzymes able to induce the bacteriolytic killing
of target cells. However, the precise molecular functions of
BacL, and BacA remain elusive. In this report, we demonstrate
the biochemical analysis of BacL; and BacA and reveal that
BacL, has the enzymatic activity of a peptidoglycan hydrolase.

EXPERIMENTAL PROCEDURES

Bacterial Strains, Plasmids, oligonucleotides, Media, Antimi-
crobial Reagents, and Antibodies—The bacterial strains and
plasmids used in this study are shown in Table 1. The oligonu-
cleotides used in this study are listed in Table 2. A standard
plasmid DNA methodology was used (25). E. faecalis and Esch-
erichia coli strains were grown in Todd-Hewitt broth (THB;
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Difco) and Luria-Bertani medium (LB; Difco) at 37 °C, respec-
tively (26), unless otherwise noted. E. coli strains were grown in
Luria-Bertani medium at 37 °C. The antibiotic concentrations
for the selection of Escherichia coli were as follows: ampicillin,
100 g ml~*; chloramphenicol, 30 ug ml~*. The concentration
of chloramphenicol for the selection of E. faecalis was 20 ug
ml ™%, All antibiotics were obtained from Sigma. Anti-BacL,
and -BacA sera were prepared by immunization of rabbits with
recombinant BacL;-His and BacA-His proteins, respectively
(Operon Technologies, Alameda, CA). Anti-FLAG antibodies
were purchased from Invitrogen.

Construction of Expression Plasmids—The amplification of
the respective genes for the plasmid construction was per-
formed by the PCR method using the corresponding primers as
indicated in Table 2. The constructed plasmids were sequenced
to confirm that the desired sequence had been inserted.

Preparation of Whole Cell and Culture Supernatant Proteins
from E. faecalis—Overnight cultures of E. faecalis strains were
inoculated into fresh THB broth and incubated at 37 °C for the
indicated time. The bacterial pellet was resuspended with dis-
tilled water, and the culture supernatant was filtered (0.22 wm;
Millipore (Billerica, MA)). Trichloroacetic acid was then added
to each sample at a final concentration of 10%. After incubation
on ice for 15 min, the supernatants were centrifuged at 10,000
rpm for 10 min. The precipitated protein samples were neutral-
ized with 2 M Tris-base and dissolved in sample buffer. The
resulting protein samples were separated with SDS-PAGE and
then subjected to CBB staining or immunoblot analysis.

Isolation of Recombinant His,-tagged Proteins—An over-
night culture of E. faecalis expressing the recombinant protein
was inoculated into 500 ml of fresh THB and incubated at 37 °C
for 18 h. The E. coli BL21 Rosetta strains expressing recombi-
nant protein were inoculated into 500 ml of fresh LB and cul-
tured at 37 °C with shaking until an optical density of 0.5-0.7 at
600 nm was obtained. Then isopropyl-B-p-thiogalactoside was
added to a final concentration of 0.5 mMm for induction, follow-
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TABLE 2
Oligonucleotides used in this study

BacL, Is a p-Isoglutamyl-.-lysine Endopeptidase

The underlines indicate the following endonuclease recognition sequences: GAATTC, EcoRI, GCCGGC, Eagl; TCGCGA, Nrul; CATATG, Ndel; CTCGAG, XholIV.

Source/
Oligonucleotides Sequence Generated plasmid Reference
B9P2842F CCGGAATTCTAGCAACCGAAAACCACGTTGG pAM401::bacL ,/bacL, pAM401::bacL ;-his/bacL, Ref. 4
pAM401::flag-bacL ,-his/bacL,
BIP5773R GCGGAATTCATTGCGCAGCAAATCATTGC pAM401::bacL1/bacL2 pAM401::bacL ,-his/bacL, Ref. 4
pAMA401::flag-bacL ,-his/bacL,

F-His-L1_stop CACCACCATCACCATCATTAGTACAAATTATATTGCTT pAM401::bacL -his/bacL, pAMA401::flag-bacL -his/bacL, This study
R-His-L1_stop ATGATGGTGATGGTGGTGATTAAAGAATCCTTTGCCCC pAM401::bacL ,-his/bacL, pAM401::flag-bacL ,-his/bacL, This study
F-FLAG-L1_start ~ GATTATAAAGATGACGATGACAAAAATTACAGTCAAAAAGCAAT pAM401:flag-bacL -his/bacL, This study
R-FLAG-L1_start =~ TTTGTCATCGTCATCTTTATAATCCATAAACTTCACCTCATATT pAM401:flag-bacL -his/bacL, This study
F-Eagl-bacA TTTTTCGGCCGGCATGGATGAAATGGTTTTA pMGS100::bacA, pMGS100::bacA-his This study
R-Nrul-bacA ATTTTTTCGCGATTAAGCTAATGCAGCAAAAA pMGS100::bacA This study
F-FLAG-bacA AAGATGACGATGACAAAGATGAAATGGTTTTAGGTA pMGS100::flag-bacA-his This study
F-Eagl-FLAG TTTTTCGGCCGGCATGGATTATAAAGATGACGATGACAAA pMGS100::flag-bacA-his This study
R-His-bacA ATGATGGTGATGGTGGTGAGCTAATGCAGCAAAAAATG PMGS100::bacA-his pMGS100::flag-bacA-his This study
R-Nrul-His ATTTTTTCGCGATTAATGATGGTGATGGTGGTG pMGS100::bacA-his and pMGS100::flag-bacA-his This study
F-Ndel-bacA CGCCATATGGATGAAATGGTTTTAGG pET::bacA This study
R-Xhol-bacA CCGCTCGAGAGCTAATGCAGCAAAAAATG pET::bacA This study
F-Ndel-bacL1 CGCCATATGATGAATTACAGTCAAAAAGC pET:bacL, This study
R-Xhol-bacL1 CCGCTCGAGATTAAAGAATCCTTTGCCCC pET:bacL, This study
F-del-L1_Lys1 AAGTTTATGAATACAGCCCTTTATCTTGAAGG pET:bacL A1, pET:bacL ,A1A2 This study
R-del-L1_Lysl ATAAAGGGCTGTATTCATAAACTTCACCTCAT pET:bacL A1, pET::bacL ,A1A2 This study
F-del-L1_Lys2 CGTATTGGTTTTTATCCTGGAGATTCTTCTGG pET:bacL A2, pET::bacL ,A1A2 This study
R-del-L1_Lys2 ATCTCCAGGATAAAAACCAATACGTGCGTGAT pET:bacL A2, pET::bacL ,A1A2 This study
F-del-L1-His SH3 GATTCAGTGAATAAAGGATTCTTTAATCACCA pET:bacL A3 This study
R-del-L1_SH3 AAAGAATCCTTTATTCACTGAATCTCCTTTTG pET:bacL ,A3 This study

ing an additional incubation at 30 °C with shaking for 3 h. The
bacterial cells were collected by centrifugation and resus-
pended in 10 ml of lysis buffer (25 mm Tris-HCIl, 150 mm NaCl,
10 mM imidazole, 10 mg ml ™" lysozyme, pH 8.0) with EDTA-
free protease inhibitor mixture (Complete MINI EDTA-free,
Roche Applied Science) to be enzymatically lysed at 37 °C for 30
min. The bacterial suspension was further lysed by sonication
on ice using a sonicator (Ultrasonic Disruptor UD-201; TOMY,
Tokyo, Japan) set at power level 6, at 40% duty, for 20 min and
then clarified by centrifugation at 15,000 rpm for 10 min. The
resulting soluble lysate was added to 1 ml of 50% Ni-NTA nickel
chromatography resin (Ni-NTA purification system; Invitro-
gen) pre-equilibrated with lysis buffer, and the column was
washed with 40 ml of wash buffer (25 mm Tris-HCI, 150 mMm
NaCl, 20 mm imidazole, pH 8.0). The His,-tagged protein was
eluted with elution buffer (25 mm Tris-HCI, 150 mMm NaCl, 200
mwMm imidazole, pH 8.0). The eluent containing the His,-tagged
protein was subjected to ultracentrifugation using Amicon
Ultra (Millipore, Billerica, MA) and resuspended in PBS. The
protein concentration was determined by the Bradford method
(Bio-Rad protein assay kit) using BSA (Sigma) as the standard.

N-terminal Amino Acid Sequence Analysis—An overnight
culture of E. faecalis expressing the recombinant protein was
inoculated to 500 ml of fresh THB and incubated at 37 °C for 18 h.
The culture supernatant was prepared by centrifugation at
1,300 X g for 10 min at 4 °C and filtered (0.22 wm; Millipore). The
supernatant sample was added to 1 ml of 50% Ni-NTA nickel
chromatography resin (Ni-NTA purification system; Invitrogen),
and the His,-tagged protein was eluted as described above. The
His,-tagged protein prepared from the supernatant was separated
by SDS-PAGE and transferred to a 0.2-um pore nitrocellulose
membrane (Immobilon-PSQ, Millipore) and stained with CBB.
The target band was excised and subjected to Edman degradation
amino acid sequence analysis to determine its N-terminal struc-
ture (GENOSTAFF, Tokyo, Japan).
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Soft Agar Assay and Liquid Phase Bactericidal Assay—The
soft agar assay for bacteriocin activity was performed as
described previously (27). Briefly, 1 ul of the bacterial culture
supernatant or recombinant protein sample was spotted onto
THB soft agar (0.75%) containing the indicator strain and was
then incubated at 37 °C for 24 h. For the liquid phase bacteri-
cidal assay, an overnight culture of indicator strain was diluted
with fresh THB and adjusted to an optical density at 600 nm of
0.2, and then the recombinant proteins were added, and the
sample was incubated at 37 °C. The change in optical density at
600 nm was monitored by a spectrometer (DU730, Beckman
Coulter, Fullerton, CA). For the morphological analysis, the
bacterial suspension that had been treated with recombinant
protein was sampled and subjected to Gram-staining (Faber G,
Nissui, Tokyo, Japan) and then analyzed by microscopy (Axio-
vert 200, Carl Zeiss, Oberkochen, Germany).

Zymograph Analysis—The zymogram gel was prepared by
adding a sample of autoclaved indicator strain, E.faecalis
OG1S, to a final optical density of 0.4 at 600 nm. The protein
samples were separated by SDS-PAGE using the zymogram gel
prepared above. After electrophoresis, the gel was washed with
20 mm Tris-HCI (pH 8.0), 1% Triton X-100 at room tempera-
ture with gentle shaking for 1 h and then incubated in 20 mm
Tris-HCI (pH 8.0), 0.1% Triton X-100 at 37 °C for 36 h (28). The
plaques that were observed on the gel were analyzed by densi-
tometer (GS-800 calibrated densitometer, Bio-Rad).

Preparation of the Cell Wall Fraction—E. faecalis grown in
THB at the exponential phase was collected by centrifugation.
The bacterial pellet was rinsed with PBS and resuspended in 10
ml of 4% SDS and boiled at 95 °C for 30 min. The pellet was
washed with distilled water four times and treated with 0.5 mg
ml ™" trypsin (0.1 M Tris-HCI (pH 6.8), 20 mm CaCl,) at 37 °C
for 16 h. The sample was further washed with distilled water
four times and was resuspended in 10% TCA and incubated at
4°C for 5 h and then given additional washes with distilled
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FIGURE 1. Bacteriocin activity and secreted protein profile in the culture
supernatant of E. faecalis carrying Bac41 genes. A, culture supernatants of
E. faecalis carrying pAM401 (lane 1), pHT1100 (lane 2), pHT1101 (lane 3), or
pMG1106 (lane 4) were spotted onto a THB soft agar plate (0.75%) containing
the indicator strain E. faecalis OG1S without any plasmid. A 1:1 mixture of the
culture supernatants of cells harboring pHT1101- and pMG1106-carrying
E. faecalis strains was spotted in lane 5. The plate was incubated at 37 °C for
24 h, and the formation of halos was evaluated. B, a seed bacterial culture of
E. faecalis was inoculated into fresh THB broth and incubated at 37 °C. The
turbidity at an optical density of 600 nm was monitored. Arrowheads, time
points at which samples of the bacterial culture were collected to prepare
protein samples. C, the bacterial pellets and the culture supernatant proteins
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water four times (29). Finally, the cell wall fraction was resus-
pended with PBS and quantified from the optical density at 600
nm for the cell wall degradation assay. Mutanolysin (Sigma) was
used as a positive control for the cell wall degradation enzyme.

Identification of Cleavage Site in Peptidoglycan by Mass
Spectrometry—The identification of the enzymatic cleavage
site was performed as described previously (30). Briefly, the cell
wall fraction prepared as described above was treated with the
indicated enzyme. This was followed by the addition of 20%
phosphoric acid to adjust the pH to 4.0 and then incubation at
95 °C for 5 min to stop the reaction. The mixture was then
added to 1.5 M sodium borate buffer (pH 9.0) and 10 mg solid
sodium borohydride and incubated at room temperature for 15
min. The excess borohydride was quenched using 20% phos-
phoric acid until effervescence disappeared. The muropeptide
solution was then adjusted to pH 2.5 using 4 N HCI prior to
centrifugation at 10,000 X g for 15 min. The supernatant was
passed through a membrane filter (0.22 um) to remove the
insoluble contaminants. Separation of the muropeptides was
carried out by reverse-phase HPLC using a Hypersil ODS (5 A,
250 X 4.6 mm) column. A linear gradient was prepared from 5%
(v/v) methanol in 50 mMm sodium phosphate buffer (pH 2.5) to
30% (v/v) methanol in 50 mm sodium phosphate buffer (pH 2.8)
over 210 min. The muropeptides were detected from their UV
absorbance at 206 nm. For MALDI-TOF MS analysis, the
HPLC fractions containing the muropeptides of interest were
desalted with a C-18 ZipTip (Millipore). The samples (1 wl)
were co-spotted with an equal volume of the matrix, a saturated
solution of a-cyano-4-hydroxy cinnamic acid in CH;CN/TFA
(50:50). Mass spectrometric measurements were performed in
a reflextron positive mode on a Biflex iV MALDI-TOF MS
instrument (Bruker Daltonics, Billerica, MA). In MALDI post-
source decay (PSD) experiments, the timed ion selector was
used to select the [M + Na]™ value of the precursor ion. To
determine the BacL,; cleavage site of peptidoglycan, each struc-
ture of the detected degradation products was compared with
the peptidoglycan structure of E. faecalis (29 -31).

Binding Assay—2 mg (wet weight) of cell wall fraction pre-
pared as above and 10 ug of recombinant protein were mixed in
PBS and incubated for 1 h at4 °C. After incubation, a part of the
mixture was kept for the following analysis. The pellet and the
supernatant fractions were separated by centrifugation at
13,000 rpm for 1 min, and the pellet was further washed with
PBS three times. Each fraction was subjected to SDS-PAGE and
CBB staining. The resulting gel was analyzed by densitometer,
and the signal intensities of the bands were quantified by Image]
(National Institutes of Health, Bethesda, MD). The signal of
each band intensity in the pellet or the supernatant fraction was
normalized by comparison with that of the total fraction.

were prepared from cultures of E. faecalis carrying pAM401 or pHT1100 at the
indicated time point during the incubation period. The resulting protein sam-
ples were separated with SDS-PAGE and analyzed by immunoblotting using
anti-BacL, (top) and anti-BacA (bottom) serum. Filled arrowheads or open
arrowheads indicate the band position of the predicted intact molecule or the
degraded product of the respective proteins.
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RESULTS

Secretion Profile of BacL, and BacA—The culture superna-
tant of E. faecalis carrying pHT1100, which encodes the entire
Bac41 operon, including the bacL , and bacA genes, shows bac-
tericidal activity against E. faecalis (Fig. 1A). In contrast, this
bactericidal activity was no longer detected in the supernatant
of E. faecalis carrying pHT1101 or pMG1106, which are defi-
cient for either the bacA or bacL , gene from pHT1100, respec-
tively. The mixture of the culture supernatants of E. faecalis
(pHT1101 and pMG1106) showed the same bactericidal activ-
ity as the culture supernatant of E. faecalis (pHT1100). These
facts clearly indicate that BacL; and BacA are secreted into the
culture supernatant and are essential for the bactericidal activ-
ity of Bac41.

Many bacteriocins in E. faecalis have been reported to be
secreted in a sec-dependent manner. The N-terminal signal
sequence of the substrate is cleaved during its secretion pro-
cess. Previously, we predicted the signal sequences for the sec-
dependent secretion in the N-terminal amino acid sequence of
BacL, and BacA (4). However, it was not checked whether the
N-terminal sequences of these proteins are actually processed
during their secretion. Thus, we set out to identify the extracel-
lular forms of BacL, and BacA to determine whether any pro-
cessing occurs during their secretion.

We prepared whole intracellular and extracellular proteins
from the bacterial pellet and the supernatant fractions, respec-
tively, of E. faecalis carrying pAM401 or pHT1100 at several
points during the growth phase (Fig. 1B). No difference was
recognized between the whole-protein profile of E. faecalis
(pAM401) and E. faecalis (pHT1100) (data not shown). The
expression and secretion profile of BacL; and BacA was ana-
lyzed by immunoblotting using anti-BacL; or anti-BacA sera
(Fig. 1C). The signal of BacL,, in either the pellet or superna-
tant, gradually increased during the later phase of growth. In
contrast, the signal of BacA in the pellet or the supernatant was
detected even at a relatively early phase in growth, and the
extracellular BacA in the supernatant appeared to be degraded
during the later period. Degraded products of BacL, and BacA
were also detected.

Unexpectedly, we did not detect any shift in mobility with
either BacL, or BacA because of processing of their N termini,
suggesting that BacL; and BacA were not processed during
their secretion. To confirm this conclusion, we tagged the N
termini of BacL, and BacA with the FLAG peptide and exam-
ined whether the N-terminal FLAG tag is still detectable after
secretion (Fig. 24). As shown in Fig. 24, the signal of N-termi-
nally tagged FLAG peptide was detectable. The addition of the
FLAG tag at the N terminus of BacL, drastically interfered with
its secretion efficiency.

The extracellular or intracellular C-terminal His-tagged
BacL, (BacL,-His) was purified from the culture supernatant of
E. faecalis (pAM401::bacL ;-his) using an Ni-NTA-agarose col-
umn. The electrophoretic mobility of the purified extracellular
BacL,-His was apparently the same as that of intracellular
BacL,-His (Fig. 2B). We directly confirmed this finding by
sequencing the N-terminal amino acid sequence of BacL,. The
band corresponding to the extracellular BacL,-His was excised
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FIGURE 2. Identification of the secreted forms of BacL, and BacA in the cul-
ture supernatant of E. faecalis. A, the bacterial cell pellets (Plt; lanes 1-4 and
9-12) and the culture supernatant proteins (Sup; lanes 5-8 and 13-16) prepared
from the bacterial culture of E.faecalis carrying pAM401 (lanes 1 and 5),
pAM401:bacl,/bacl, (pAM401:L,; lanes 2 and 6), pAM401:bacl-his/bacl,
(PAM401:L,-H; lanes 3 and 7), pAMA401:flag-bacl -his/bacl, (pAM401::F-L,-H;
lanes 4 and 8), pMGS100 (pMGS; lanes 9 and 13), pMGS100:bacA (pMGS:A;
lanes 10 and 14), pMGS100::bacA-his (pMGS::A-H; lanes 11 and 15), or
pMGS100:flag-bacA-his (pMGS::F-A-H; lanes 12 and 16) were subjected to immu-
noblotting analysis using anti-BacL, serum, anti-BacA serum, or anti-FLAG anti-
body. B, secreted C-terminal hexahistidine-tagged BacL, (BacL,-His; lanes 2-6)
was purified from the filtered (0.22-um pore size) culture supernatant of E. faeca-
lis OG1S carrying pAM401::bacL ,-his/bacL,, as described under “Experimental
Procedures.” Extracellular BacL,-His bound to the immobilized nickel-NTA col-
umn was sequentially eluted with 200 mm (lanes 2—4) and 500 mmimidazole (lane
5). Intracellular BacL,-His was purified from the bacterial cell pellet (lane 6). Each
sample was separated by SDS-PAGE and stained with CBB. A molecular marker
was applied to lane 1. The asterisk indicates the band in lane 3 that was subjected
to N-terminal sequence analysis. C, the N-terminal 5 amino acids of secreted
BacL,-His were determined by Edman sequencing (upper sequence). The lower
sequence shows the predicted amino acid sequence of Bacl,, including the N-ter-
minal 20 amino acids from the start methionine that was obtained from DNA
sequence data (4). D, secreted C-terminal hexahistidine-tagged BacA (BacA-His;
lanes 2-6) was purified from the filtered (0.22-um) culture supernatant of
E. faecalis OG1S carrying pMGS::bacA-his, as described under “Experimental Pro-
cedures.” Extracellular BacA-His on the immobilized nickel-NTA column was
sequentially eluted with 200 mm (lanes 2—-4) and 500 mm imidazole (/ane 5). Intra-
cellular BacA-His was purified from the bacterial cell pellet (lane 6). Each sample
was separated by SDS-PAGE and stained with CBB. A molecular marker was
applied in lane 1. The asterisk indicates the band in lane 2 that was subjected to
the N-terminal sequence analysis shown in E. £, the N-terminal 5 amino acids of
the secreted BacA-His were revealed by Edman sequencing and are shown in the
upper sequence. The lower sequence shows the predicted amino acid sequence of
BacA, including the N-terminal 20 amino acids from the start methionine that
were obtained from the DNA sequence data (4).

BacA: MDEMVLGTQKWLNKTYGNVS---
i 8 1o 15 20(aa)

and subjected to N-terminal amino acid sequencing by the
Edman method. The N-terminal amino acid sequence of extra-
cellular BacL,-His was MNYSQ and identical to the 5-amino
acid sequence from the start methionine of the BacL; ORF (Fig.
2C). Similarly, the extracellular BacA-His was also purified
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FIGURE 3. Bacteriocin activity of recombinant BacL, and BacA proteins. A,
conserved domain structures of the recombinant BacL, and BacA are shown.
The hexahistidine tag was added to the C terminus of each wild-type protein
for purification with the Ni-NTA system. B, recombinant BacL,-His and BacA-
His proteins prepared from E. faecalis OG1S carrying pAM401::bacl ;-his/bacL,
and E. coli BL21 Rosetta carrying pET22-bacA-his, respectively, were sepa-
rated by SDS-PAGE and stained with CBB. C, recombinant BacL,-His (25 ng),
BacA-His (25 ng), or a mixture of both proteins (25 ng each) was spotted on
the THB soft agar (0.75%) containing the indicator strain E. faecalis OG1S. The
plate was incubated at 37 °C for 24 h, and the formation of halos was evalu-
ated. The arrowhead indicates the area in which the bactericidal activity of
BacL, and BacA complemented each other. D, a culture of E. faecalis was
diluted with fresh THB broth to adjust the optical density at 600 nm to 0.2.
Recombinant BacL,-His (5 wg/ml), BacA-His (5 ng/ml), or a mixture of both
proteins (5 wg/ml each) was added into the bacterial suspension and incu-
bated at 37 °C. The turbidity was monitored during the incubation period.
The data for each case are presented as the means = S.E. (error bars) of three
independent experiments. E, E. faecalis was treated with BacL,, BacA, or both
proteins as in Fig. 3C. After incubation for 6 h, the bacterial suspensions were
serially diluted 10-fold with fresh THB broth and then spotted onto a THB agar
plate. The plate was incubated at 37 °C for 24 h, and colony formation was
evaluated as a measure of bacterial viability. The data for each case are pre-
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using a Ni-NTA-agarose column to sequence its N-terminal
amino acids. Its molecular weight was identical to that of intra-
cellular BacA-His in SDS-PAGE (Fig. 2D). The N-terminal
amino acids of secreted BacA (MDEMYV) were also identical to
the 5-amino acid sequence from the start methionine of the
BacA ORE (Fig. 2E). Collectively, these results demonstrate that
BacL, and BacA are secreted without sec-dependent signal pep-
tide cleavage or any N-terminal processing.

Bactericidal Activity of Recombinant BacL, and BacA—To
investigate the molecular function of BacL; and BacA in detail,
we prepared the recombinant BacL,-His (65.3 kDa) and BacA-
His (79.9 kDa) (Fig. 3B). In a soft agar assay, the bactericidal
activity against the indicator strain E. faecalis was observed
when using a mixture of BacL,-His and BacA-His proteins and
also between the spotted area of BacL,-His and BacA-His (Fig.
3C). However, neither individual protein was sufficient for the
bactericidal activity.

To examine bacteriolysis in the aqueous phase, a suspension
of E. faecalis in fresh THB broth had either BacL,-His, BacA-
His, or the mixture of both proteins added, and the turbidity of
the suspension was monitored (Fig. 3D). In the absence of any
treatment, the turbidity of the suspension gradually increased
due to bacterial growth. However, when BacL,-His and BacA-
His were both added to the bacterial suspension, a remarkable
reduction in turbidity was observed after 2 h of incubation, and
after 3 h of incubation, the optical density at 600 nm was less
than 0.1. Furthermore, the viability of cells co-treated with
BacL,-His and BacA-His was greatly reduced compared with
untreated cells (Fig. 3E), and the lysed cells did not stain well in
Gram staining (Fig. 3F). In contrast, treatment with either
BacL;-His or BacA-His alone did not affect bacterial growth
(Fig. 3D), and no significant effects on the viability or morphol-
ogy of the cells were observed when the bacterial suspension
was treated with each individual protein (Fig. 3, E and F).

Peptidoglycan Hydrolase Activity of BacL, and Its Cleavage
Site—To further investigate the enzymatic activity of BacL; and
BacA, the constructs were subjected to zymography analysis
using a gel containing autoclaved E. faecalis cells as a substrate
(Fig. 4A). BacL,-His alone was sufficient for bacteriolytic activ-
ity in the presence or absence of BacA-His. Furthermore, the
purified cell wall fraction was prepared from E. faecalis and
treated with BacL,-His, BacA-His, a mixture of the two con-
structs, and mutanolysin (Fig. 4B). The cell wall treated with
BacL,-His alone or with the mixture of BacL,-His and BacA-
His was gradually degraded, as after mutanolysin digestion. In
contrast, the activity of BacA-His was completely undetectable.
These data clearly show that BacL, alone was sufficient for the
degradation of the cell wall component and that it acts as a
peptidoglycan hydrolase, although it has no bactericidal activity
against viable cells.

Thus, BacL, appears to act as a peptidoglycan-degrading
enzyme. To determine the BacL, cleavage site, the soluble
product generated from BacL,-treated peptidoglycan was sep-

sented as the means =+ S.E. of three independent experiments. F, E. faecalis
was treated with BacL,, BacA, or both proteins as in C. After incubation for 2 h,
the bacterial suspensions were subjected to Gram staining and analyzed by
microscopy.
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FIGURE 4. Degrading activity of recombinant BacL, against the cell wall
fraction of E. faecalis. A, recombinant BacL,-His (400 ng; lane 1), BacA-His
(400 ng; lane 2), and a mixture of both proteins (400 ng each; lane 3) were
separated by SDS-PAGE with the zymogram gel containing autoclaved
E. faecalis cells, following static incubation at 37 °C for 36 h. The resulting gel
was analyzed using a densitometer. The top and bottom arrowheads indicate
the band positions of BacA and BacL,, respectively. B, a cell wall fraction pre-
pared from E. faecalis at exponential phase was diluted with fresh PBS.
Recombinant BacL,-His (5 wg/ml), BacA-His (5 pg/ml), and a mixture of both
proteins (5 ng/ml each) or mutanolysin (1 ng/ml) was added into the cell wall
suspension and incubated at 37 °C. The turbidity at optical density of 600 nm
was quantified at the indicated times of incubation. The values presented are
the percentages of the initial turbidity of the respective samples. The data for
each case are presented as the means = S.E. (error bars) of three independent
experiments.

arated by reverse-phase HPLC on an ODS-Hypersil column
(Fig. 5A). The HPLC fractions were analyzed by MALDI-PSD
analysis to determine their molecular structures as described
under “Experimental Procedures” (Fig. 5, B and C). The data
indicate that BacL; has an endopeptidase activity that hydro-
lyzes the peptide bond between p-isoglutamine and L-lysine in
the stem peptide (Fig. 5D).

Domain Analysis of BacL,—To determine the molecular
function of BacL,, we constructed truncated derivatives of the
recombinant BacL,-His proteins. BacL,;A1 (49.9 kDa), BacL,A2
(48.4 kDa), BacL;A1A2 (33.0 kDa), and BacL,;A3 (37.7 kDa) had
a deletion in domain 1 or domain 2, in both domain 1 and 2, or
in domain 3, respectively (Fig. 6, A and B). Unlike the wild-type
BacL,-His, each truncated protein no longer showed bacteri-
cidal activity against viable E. faecalis in a soft agar assay or a
liquid bacteriolytic assay, even in the presence of BacA (Fig. 6, C
and D). However, in the zymography and cell wall lysis assays,
the protein with the truncated domain 1 (BacL,;A1) still showed
similar cell wall-degrading activity as the wild-type BacL,-His
(Fig. 6, E and F). Furthermore, treatment of the cell wall fraction
with the BacL;Al protein generated the soluble fragments
L-Lys-L-Ala,-(D-Ala-L-Lys-L-Ala,),, and L-Lys-(D-Ala,)-L-Ala,-
(p-Ala-L-Lys-L-Ala,),, which were identical to the results
obtained with wild-type BacL, (Fig. 5, B and C). In contrast,
these peptides were not generated from the cell wall treated
with BacL;A2, BacL;A1A2, or BacL,A3 (data not shown), indi-
cating that the p-isoglutamyl-L-lysine endopeptidase activity is
dependent on domains 2 and 3 of BacL,;.

Cell Wall Targeting Mediated by Repeated SH3 Domain of
BacL ,—The data shown in Fig. 6 also indicate that the C-ter-
minal repeated domain showing homology with the SH3
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FIGURE 5. Cleavage site of E. faecalis peptidoglycan by BacL,. A, the E. faecalis
cell wall fraction was incubated with wild-type BacL,-His. The solubilized pepti-
doglycan component was separated on a C18 reverse-phase HPLC column, as
described under “Experimental Procedures.” The numbers above the peaks indi-
cate the fractions isolated for the following MALDI-PSD MS analysis. B, the com-
pound corresponding to the purified peak 2 of reverse-phase HPLC in A was
subjected to MALDI-PSD MS. G, possible muropeptide structures and their calcu-
lated masses [M -+ Na] ™ are shown as observed mass (m/z) in MADLI-PSD analysis
(B).*, peak numbers refer to the HPLC chromatogram (A). **, K, lysine; A, alanine. D,
predicted cleavage site of Bacl, in E. faecalis peptidoglycan (filled arrows).
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FIGURE 6. Domain analysis of BacL,. A, diagrammatic representation of the truncated BacL, constructs. The wild-type BacL, (WT) consists of 595 amino acids,
with three domain structures in the region of 3-140 (domain 1), 163-315 (domain 2), and 329-590 (domain 3) amino acids, respectively. BacL,A1,-A2, or-A3
is the truncated derivative from which domain 1, 2, or 3 from wild-type BacL, has been deleted, respectively. BacL,A1A2 is the derivative from which both
domain 1 and 2 have been deleted. The hexahistidine tag was added to the C terminus of each truncated protein for purification with the Ni-NTA system. B, the
recombinant truncated BacL, derivatives (400 ng) were separated by SDS-PAGE and stained with CBB. C, the recombinant truncated BacL, derivatives (25 ng)
were spotted onto the THB soft agar (0.75%) containing the indicator strain E. faecalis carrying pMGS100::bacA, which produces BacA. The plate was incubated
at 37 °Cfor 24 h, and the formation of halos was evaluated. D, a culture of E. faecalis was diluted with fresh THB broth to adjust the optical density at 600 nm to
0.2. The mixture of each truncated BacL, derivative and BacA-His (5 ug/ml each) was added into the bacterial suspension and incubated at 37 °C. The turbidity
was monitored during the incubation period. The result of the BacA-Hiss-treated sample without any BacL, derivatives is presented in each graph as the
negative control. The data are presented as the means = S.E. (error bars) of three independent experiments. E, the recombinant truncated BacL, derivatives
(400 ng) were separated by SDS-PAGE on the zymogram gel containing autoclaved E. faecalis cells, followed by static incubation at 37 °C for 36 h. The resulting
gel was analyzed using a densitometer. F, a cell wall fraction prepared from E. faecalis at exponential phase was diluted with fresh PBS. The recombinant
truncated BacL, derivatives (5 ug/ml) were added into the cell wall suspension and incubated at 37 °C. The turbidity at 600 nm was quantified at the indicated
times after incubation. The values presented are the percentages of the initial turbidity of the respective samples. The PBS-treated sample is presented in each
graph as a negative control. The data are presented as the means = S.E. of three independent experiments.
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FIGURE 7. Binding activity of SH3 domain to the cell wall of E. faecalis. A, a
cell wall fraction prepared from E. faecalis at exponential phase (2 mg) was
mixed with the recombinant BacL;ATA2 and BacL,A3 (Total). After incuba-
tion at 4 °C for 1 h, the cell wall-bound (Pellet) and unbound (Supernatant)
fractions were separated by centrifugation and then analyzed by SDS-PAGE
followed by CBB staining. The arrowheads indicate the specific band positions
of the respective proteins. B, quantified protein levels (percentages) of the
pellet or supernatant fractions were determined by defining the relative band
intensity of the total fraction as 100%. The data for each case are presented as
the means = S.E. (error bars) of three independent experiments. C, a cell wall
fraction prepared from E.faecalis was preincubated with BacL,A1A2 or
BacL,A3 at4 °Cfor 1 h. After preincubation, wild-type BacL, (left) or mutano-
lysin (right) was added, and the turbidity at an optical density of 600 nm was
monitored. The values presented are the percentages of the initial turbidity of
the respective samples. The data for each case are presented as the means =
S.E. of three independent experiments.

domain of ALE-1 of S. aureus is required for both bacteriolytic
and cell wall-degrading activity. The repeated SH3 domain of
ALE-1, a peptidoglycan hydrolase of S.aureus, has been
reported to be a targeting domain that binds to peptidoglycan
(22). The SH3 domain of BacL; (domain 3) presumably also
binds to peptidoglycan. We therefore assessed the binding effi-
ciency of the truncated BacL, proteins to the cell wall fraction
of E. faecalis (Fig. 7, A and B).

Domain 3 of BacL, (BacL,;A1A2) showed 40% binding effi-
ciency. In contrast, the binding efficiency of BacLl with a
deleted domain 3 (BacL,A3) was less than 10%, showing that
domain 3 of BacL, binds to the substrate. Furthermore, prein-
cubation with BacL;A1A2 interfered with the cell wall-degrad-
ing activity of BacL, but not of mutanolysin. In contrast, the
truncated protein BacL;A3 did not affect the degradation activ-
ity of BacL,. Collectively, these results suggest that domain 3 of
BacL, works as a cell wall-targeting domain of BacL,.

DISCUSSION

In this study, we investigated the biochemical features of two
Bac41 components, BacL; and BacA, using their recombinant
proteins. First, we confirmed that the secreted BacL, and BacA
were the enzymatically active forms. Many enterococcal bacte-
riocins have an N-terminal sec signal sequence and are trans-
lated as preproteins to be secreted by the sec pathway (6,
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13-16). The N-terminal sec signal peptide, which consists of
N-terminal positively charged residues, a hydrophobic core,
and a polar C-terminal cleavable site, is recognized by the sec-
dependent secretion machinery (32—34). Upon the transloca-
tion via sec machinery, the sec signal peptide at the N terminus
of preprotein is cleaved. The mature form of the protein is
exported, exerting the bactericidal effect against target cells
(34).

Our previous sequence analysis predicted the existence of a
signal sequence in the N terminus of BacL, and BacA (4) (Fig.
8). However, we observed no trace of the cleavage of an N-ter-
minal peptide from BacL, or BacA (Fig. 1C) and confirmed that
the N termini of postsecretion BacL, and BacA were completely
intact (Fig. 2). Thus, the full-length recombinant proteins of
BacL, and BacA were sufficient for the bacteriocin activity in
the culture supernatant of E. faecalis (pHT1100), which carries
wild-type Bac41-related genes, including bacL; and bacA (Fig.
3). Based on these observations, we concluded that BacL, and
BacA are secreted without N-terminal processing and that the
proteins as they translated are already in an active form.

However, we also noted that the N-terminal regions of BacL,
and BacA appear to be involved in the efficiency of their secre-
tion or the cytosolic state, respectively (Fig. 2). The secretion
efficiency of BacL, was strikingly reduced by tagging with the
N-terminal FLAG peptide but not by tagging with the C-termi-
nal hexahistidine. In contrast, an N-terminal FLAG tag did not
affect the intracellular amount of BacL, (Fig. 2A4), suggesting
that the intact N terminus is required for the efficient secretion
of BacL;. The N-terminal peptide fusion to BacA also resulted
in an unexpected artificial effect (Fig. 2A4). The band expected
for the intact secreted FLAG-BacA-His in the culture superna-
tant was observed at the predicted position and behaved simi-
larly to BacA-His or non-tagged BacA (Fig. 2A4). However, the
cytosolic FLAG-BacA-His was shifted to larger and smaller
sizes than predicted from the molecular mass (Fig. 2A4).
Although we cannot explain this phenomenon, the artificial
N-terminal tagging probably affected the cytosolic state of
BacA. Hence, the N-terminal regions of BacL, and BacA appear
to play a role in their secretion and in their cytosolic form.

As described above, it does not seem that BacL., and BacA are
secreted in a typical sec-dependent manner. Indeed, the SignalP
4.1 program server does not predict an obvious sec-dependent
signal in the BacL; or BacA sequence. Despite that, the N-ter-
minal amino acid sequence of BacL, or BacA contains multiple
lysine residues and a potential hydrophobic core. Taken
together with the result shown in Fig. 2, BacL; and BacA might
be secreted via a sec-dependent pathway but not cleaved by
signal peptidase during translocation.

Another possible secretion mechanism for BacL, and BacA is
leakage due to cell disruption. The Streptococcus pneumoniae
cytolysin, pneumolysin, is a secreted protein that shows cyto-
toxicity to mammalian cells. Nevertheless, pneumolysin lacks a
signal peptide sequence at its N terminus. The extracellular
secretion of pneumolysin is thought to depend on the disrup-
tion of cells upon the characteristic autolysis that is induced
during stationary or death phase (35). Further investigation is
needed to elucidate this issue.
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FIGURE 8. N-terminal amino acid sequences of BacL, and BacA. Amino acid sequences of 1-120 residues in BacL, (A; accession number BAG12399) and BacA

(B; accession number BAG12403) are presented (4). Residues in the frame are the resulting sequences from the N-terminal amino acids sequence analysis as in
Fig. 2. Arrows indicate the processing site predicted in the previous study (4).

BacL, contains two distinct peptidoglycan hydrolase domains,
referred to as domains 1 and 2 in this paper. Domain analysis
showed that the BacL Al protein, but not BacL;A2, was able
to degrade peptidoglycan (Fig. 6, E and F) and showed p-iso-
glutamyl-L-lysine endopeptidase activity (Fig. 5) similar to
wild-type BacL;. The data suggested that domain 2 of BacL;,
rather than domain 1, is responsible for the p-isoglutamyl-L-
lysine endopeptidase activity. When the structural model of
BacL, was analyzed using the Phyre program, domain 2 was
predicted to be similar to the NIpC/P60 family peptidogly-
can hydrolases. The NIpC/P60 family peptidoglycan hydro-
lases have been found in various Gram-positive or -negative
bacteria (36).

Most Nlp/P60 family proteins are reported to be endopepti-
dases that cleave the peptide bond between p-isoglutamine and
mesodiaminopimelic acid or L-lysine in the stem peptide of
peptidoglycan. Indeed, mass spectrometry analysis revealed
that BacL, is an endopeptidase that digests the linkage between
D-isoglutamine and L-lysine in the stem peptide of E. faecalis
peptidoglycan (Fig. 5). Thus, the endopeptidase activity of
domain 2 is likely to play a critical role in the lytic activity
against E. faecalis cells.

By contrast, because the truncated BacL1A2 with an intact
domain 1 did not degrade the E. faecalis cell wall (Fig. 6, E and
F), the activity of domain 1 was not detected, despite its signif-
icant homology with the bacteriophage-type lysozyme with
peptidoglycan hydrolase activity (4, 37). However, domain 1
was still required for bactericidal action against viable cells (Fig.
6, C and D) but not for degradation of the purified cell wall
fraction (Fig. 6, C and F). Probably, domain 1 does not have cell
wall-degrading activity itself but has an accessory function for
the efficient endopeptidase activity of domain 2. Another pos-
sibility is that the deletion of domain 2 resulted in a conforma-
tional change that interferes with the function of domain 1.
Further study is required to understand the role of domain 1 of
BacL, in bactericidal activity against viable cells.

The data in Fig. 3 clearly demonstrate that BacL; and BacA
are both required for bacteriolysis against E. faecalis. Neverthe-
less, BacL, still showed cell wall degradation activity, even in
the absence of BacA (Fig. 4), indicating that the peptidoglycan

36924 JOURNAL OF BIOLOGICAL CHEMISTRY

hydrolase activity of BacL1 does not immediately result in the
bacteriolysis of viable E. faecalis. In addition, BacA has a puta-
tive peptidoglycan binding domain (4) and a GH25 family pep-
tidoglycan hydrolase-like domain (24), suggesting that BacA
also binds to the target cell wall rather than just being an acti-
vator of BacL,. Nevertheless, the binding activity of full-length
recombinant BacA-His to peptidoglycan was poorly detected
(data not shown). Thus, we need to address the role of BacA in
a future study. The molecular mechanism of BacL,-induced
bacteriolysis is clearly complex and is associated with addi-
tional factors, the state of the target cells, and the unknown
function of BacA.
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