
Bacillus subtilis spores are formed in response to a
variety of physical and chemical factors, including
nutrient limitation, cell density, DNA synthesis and
damage, Krebs cycle, manganese, and hydrogen
peroxide. Spore formation is also modulated by a
variety of alternative sigma factors (σH, σ

E, σ
F, σ

K,
and σ

G) (Haldenwang, 1995; Stragier et al., 1996;
Phillips et al., 2002), which appear to control the
expression of general stress proteins (σB) (Haldenwang,
1995), as well as chemotaxis, autolysin expression,
and motility (σD). The sigma factor recognizes its
specific promoter with RNA polymerase, and this
complex has been demonstrated to induce gene
expression.

The extracytoplasmic function (ECF) subfamily of
sigma factors comprises a structurally special group
of proteins, which regulates gene expression in re-
sponse to extracytoplasmic stimuli, including oxidative
stress, high salt concentration, and heat (Lonetto et
al., 1994). By bacterial genome sequencing, ECF sigma
factors have been located within a wide range of
gram-positive and gram-negative bacteria, including 7

open reading frames (ORFs) in B. subtilis (Kunst et
al., 1997) and 10 ORFs in Mycobacterium tuberculosis
(Cole et al., 1998). For example, ECF sigma factors
have been shown to regulate the expression of genes
associated with nickel and cobalt resistance responses
in Alcaligenes eutrophus (Liesegang et al., 1993),
carotenoid biosynthesis in Myxococcus xanthus
(Gorham et al., 1996), oxidative stress responses and
thioredoxin system expression in Streptomyces coelicolor
(Paget et al., 1998; Kang et al., 1999; Paget et al.,
2001), and cytochrome c2 expression in Rhodobacter
sphaeroides (Newman et al., 2001). The genes
encoding ECF sigma factors are autoregulated, and
are coupled to the expression of a cognate anti-sigma
factor.

Anti-sigma factors are regulators which negatively
regulate transcription via interaction with the cognate
sigma factor. In the absence of an external signal, the
majority of ECF sigma factors are held in an inactive
complex with an anti-sigma factor. Extracytoplasmic
stimuli activate transcriptional responses via the
dissociation of sigma factors from anti-sigma factors
(Lonetto et al., 1994). Well-known anti-sigma factors
include CarR in M. xanthus (Gorham et al., 1996),
RsrA in S. coelicolor (Paget et al., 1998; Kang et al.,
1999; Paget et al., 2001) and ChrR in R. sphaeroides
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(Newman et al., 2001). The majority of anti-sigma
factors are localized within the cytoplasmic membrane,
in which they interact with their regulatory ligands
(Braun, 1997).

The complete genome sequence of B. subtilis
revealed the presence of seven ECF sigma factors,
and the functions of some of these factors have
already been delineated. The σ

X mutant exhibits an
elevated sensitivity to heat and oxidative stress
(Huang et al., 1997). σ

X is expressed at the late
logarithmic phase and has been shown to play a role
in the modulation of cell wall structure (Huang et al.,
1998). σW is regulated by the anti-sigma factor, RsiW,
and autoregulated. σ

W has a detoxification function
and protects against antimicrobials. It is activated
during the early stationary phase (Huang et al., 1998).
σ

M is essential for growth under high salt concentration
conditions (Horsburgh et al., 1999). The entire
ylaABCD operon is induced by YlaC and harbors a
YlaC-dependent distal promoter and an internal
Spx-dependent promoter, which responds to oxidative
stress (Matsumoto et al., 2005). YlaB and YlaD have
been shown, via yeast two-hybrid analysis, to engage
in direct interaction (Yoshimura et al., 2004). In this
study, we identified the ECF sigma factor, YlaC, and
the anti-sigma factor, YlaD, and demonstrated that the

YlaC was required for resistance against oxidative
stress, most notably hydrogen peroxide exposure. We
also determined that the interaction between YlaC and
YlaD was regulated by the redox state of YlaD in vitro.

Bacterial strains and culture conditions
The bacterial strains used in this study are shown in
Table 1. Escherichia coli was grown at 37°C in
Luria-Bertani (LB) medium and B. subtilis was grown
in antibiotic medium 3 (Difco) or 2 × SG medium,
consisting of 1.6% nutrient broth (w/v), 0.05%
MgSO4 (w/v), 0.2% KCl (w/v), 0.1% glucose (w/v), 1

M FeSOμ 4, 1 mM CaCl2, and 100 M MnClμ 2. The
media used for the transformation of B. subtilis were
LB agar plates containing 50 g/ml ampicillin inμ E.
coli or 10 g/ml neomycin inμ B. subtilis, or Schaeffer
agar medium (0.8% nutrient broth, 0.1% KCl, 0.012%
MgSO4·7H2O, and 1.5% agar) and MMG medium (1
× Spizizen’s medium, 0.5% glucose, and 5 mM
MgSO4)

Cloning of ylaC and ylaD genes and transformation
of B. subtilis
In order to effect the ylaC and ylaD genes over-

Table 1. Bacterial strains and plasmids used in this study

Strains and plasmids Characteristic Sources or reference

B. subtilis

PS832 Wild type Trp+ revertant of strain 168 Peter Setlow

HB001 PS832 containing pRB374 aNmr This study

HBC01 PS832 containing pRB374::ylaC Nmr This study

HBC02 PS832 containing pMLK117::internal ylaC Nmr This study

HBD01 PS832 containing pRB374::ylaD Nmr This study

HBD02 PS832 containing pMLK117::internal ylaD Nmr This study

HBP01 PS832 containing pMLK83 Nmr This study

HBP02 PS832 containing pMLK83::Pyla Nmr This study

E. coli

DH5α F- lacU169(∆ �80lacZ M15)endA1 rec1hsdR17 deoR supE44 thi-1∆ λ
-gyrA96 relA1 Hanahan,1983

BL21AI F-ompT hsdSB(rB-mB-)gal dcm araB::T7RNAP-tetA Novagen

Plasmids

pRB374 neo bla ble Nmr bAmpr P. J. Piggot

pMLK117 LacI gus neo, bla Nmr Ampr P. J. Piggot

pMLK83 AmyE gusA neo bla Nmr Ampr P. J. Piggot

aNmr, neomycin resistance
bAmpr, ampicillin resistance
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expression in B. subtilis harboring the pRB374 vector
(Reinhold Brückner,1992), the following primers,
predicated on the complete genome of B. subtilis,
were synthesized and used: ylaC:pYC OF, 5' GGCCA‐ ‐

TTTGCATGCCGGTGTGG 3' and pYC OR 5' TT‐ ‐ ‐ TCT
AGAAAGCAGGTCATATC 3' (the underlined sequences‐

indicate the SphI and XbaI sites, respectively) and
ylaD:pYD OF, 5' TA‐ ‐ AAGCTTAAGAAAAACATGAC 3'‐

and pYD OR, 5' CTTGCC‐ ‐ GGATCCGGACAAGCGC 3'‐

(the underlined sequences indicate the HindIII and
BamHI sites, respectively). For the disruption of ylaC
and ylaD genes in B. subtilis harboring the pMLK117
vector (Karow and Piggot, 1995), the following
primers were used: ylaC:pYC DF, 5' TATTCAGAA‐ ‐

GGATCCATCAT 3' and pYC DR, 5' TTAACTTCAG‐ ‐ ‐

GAGCTCCTGC 3' and‐ ylaD:pYD DF, 5' AAGAGAC‐ ‐

CTGGATCCTCTGT 3' and pYD DR, 5' AATCCATAG‐ ‐ ‐

GAGCTCTGTTT 3' (the underlined sequences indicate‐

the BamHI and SacI sites, respectively). The resultant
plasmids were serially transformed into E. coli and B.
subtilis by natural competency according to the
method proposed by Dubnau and Davidoff Abelson‐

(1971), with some modifications.

Construction and analysis of gusA fusion reporter strain
In our investigation of yla operon expression, we first
constructed the Pyla‐gusA fusion reporter in B. subtilis
PS832, using the pMLK83 vector (Karow and Piggot,
1995). The putative promoter region was amplified by
PCR using the following primers: pCDP F, 5' ATAC‐ ‐

TGAAAGCTTTATATTG 3' and pCDP R, 5' ACGAAC‐ ‐ ‐

AAGGATCCTTTACT 3' (the underlined sequences‐

indicate the HindIII and BamHI sites, respectively). β‐
Glucuronidase ( Glu) activity was measured asβ

previously described (Harwood and Cutting, 1990;
Karow and Piggot, 1995). Unit was calculated according
to the following formula: 1000 × A420/reaction time
(min) × OD595 of culture.

Northern blot analysis
Total RNA was isolated from B. subtilis using the
‘Modified Kirby Mix’, which was designed by Van
Dessel et al. (2004). Northern blot analysis was
adopted from the general method developed by
Kenney and Moran (1987). The probe was amplified
by PCR and labeled with [ -α 32P]-dATP.

Enzyme assay
In order to measure peroxidase activity, cells were
prepared from exponentially growing strains that had
been treated with 2 mM hydrogen peroxide for 10
minutes, and then collected by centrifugation. The
cells were then resuspended in lysis buffer [20 mM
Tris-HCl (pH 8.0), 1 mM phenylmethylsulfonyl
fluoride, 5 mM ethylenediaminetetraacetic acid, and

0.5 mg/ml lysozyme] and incubated for 10 additional
minutes at 37°C. After centrifugation, 100 l of theμ

supernatants were added to 1 ml of 20 mM sodium
acetate buffer (pH 5.5) containing 0.5 mM ο-
dianisidine and 1 mM H2O2. The reaction was run for
10 minutes at 30°C. One unit (U) of enzyme activity
was defined as the quantity of enzyme required to
increase the A460 by 0.1 under the above assay
conditions.

Determination of survival and sporulation rate
The ratio of spores to total viable cells, which
indicates the sporulation rate, was determined on the
basis of the resistance of spores to heat treatment
(Milhaud and Balassa, 1973; Shin et al., 2005). The
survival rate was calculated as a comparison of viable
cell numbers before and after hydrogen peroxide
treatment.

Overproduction and purification of YlaC and YlaD
ylaC genes was cloned in pET-15b (Novagen) from
the complete ylaC gene of B. subtilis and over-
expressed in E. coli. The recombinant protein with an
N-terminal hexa-histidine sequence was purified in
accordance with the manufacturer’s (Novagen)
recommendations. The YlaD was overproduced in E.
coli from the partial ylaD gene of B. subtilis cloned
in pGEX 4T-1 (Amersham Bioscience), then purified
in accordance with the manufacturer’s recommendations.
Following thrombin treatment for the removal of gluta-
thione S-transferase (GST), YlaDN was concentrated
by ultrafiltration (Amicon membrane, 3 kDa cut-off
size) and purified further with SuperdexTM 75
(Amersham Bioscience) in TNG buffer [20 mM
Tris-HCl, 200 mM NaCl, and 20% glycerol, (pH
8.0)]. The recombinant YlaC with an N-terminal
hexa-histidine sequence was then concentrated in the
same buffer. The purified protein was confirmed using
12% SDS-polyacrylamide gel and 15% tricine/poly-
acrylamide gel.

Analysis of YlaC-YlaD interaction
YlaC (4 M) and YlaDN (4 and 8 M) in TNGμ μ

buffer were incubated in the presence of 1 mM
dithiothreitol (DTT) or 2.5 mM H2O2 for 30 minutes
at 37°C. The samples were electrophoretically
separated in native 12% polyacrylamide gel at 4 mA
for 12-13 hours. The running gel and buffer included
2 mM and 10 mM DTT, respectively (Kang et al.,
1999; Li et al. 2003).

Sequence analysis of yla operon
Analysis of the DNA sequence of yla operon via
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sequencing of the B. subtilis genome revealed four
ORFs (ylaA, ylaB, ylaC, and ylaD) (Kunst et al.,
1997) (Fig. 1A). The functions of the YlaA and YlaB
were unknown. Searches against the entire protein
database also failed to identify any homologues of
YlaA and YlaB. The YlaC and YlaD have been
identified as an ECF sigma factor and its cognate
anti-sigma factor, respectively. Unlike ylaA and ylaB,
the ylaC and ylaD start codons overlapped the ylaB
and ylaC stop codons, respectively. ylaC gene
encoded for a polypeptide of 173 amino acids, with a
molecular mass of 19 kDa, and YlaC evidenced 42%,
32%, and 28% identity with σ

H in Pseudomonas
aeruginosa, σ

X in B. subtilis, and σ
R in S. coelicolor,

respectively. These proteins have previously been
identified as ECF sigma factors.

ylaD gene encoded for a polypeptide of 97 amino

acids, with a molecular mass of 11 kDa. The deduced
amino acid sequences evidenced a high degree of
identity with OrfH from M. tuberculosis, OrfE from
M. xanthus, and the RsrA of S. coelicolor (Fig. 2A).
These proteins are known to function as anti-sigma
factors. The YlaD harbored transmembrane helices at
the C-terminal amino acids, composed of GLLIMKA
ACWFGAAVMNLIIKLLI (Fig. 2B), and the conserved
motif HX3CXXC at the N-terminal region. Each of
the anti-sigma factors harbored these conserved
residues, including the HX3CXXC motif, which serves
as a zinc binding site, and is known to participate in
the formation of disulfide bonds (Newman et al.,
2001; Paget et al., 2001). The HX3CXXC motif of
RsrA in S. coelicolor appears to function in
interactions with the ECF sigma factor, σ

R, by redox
exchange (Kang et al., 1999; Li et al., 2002, 2003;

A nprE ylaA ylaB ylaC ylaD

B 1
61

121
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301

361
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481
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841
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TATGAAAGTATACCTGTCTTCCATGTATATCTGTTTCATTTTATTGGCCATTTGGATGAC
GGTGTGGTTTTATTTTTAATGAAGCATAGGGATTCCATTGAGGACTTGTATCGGCAGTAT

M K H R D S I E D L Y R Q Y
TATCAAGAAATTTTAAATTATTTATTCAGAAGGACTCATCATCTTGAAACAGCCAAGGAC
Y Q E I L N Y L F R R T H H L E T A K D
TTAGCGCAGGACACGTTTGTAAAAGCTCTTAACGGTCTGGCTTCGTTTAGGGGGCATTCT
L A Q D T F V K A L N G L A S F R G H S
TCCATCAGAACATGGCTCTACACCATTGCGCATCATACCTTTATCAATTGGTACCGAAGG
S I R T W L Y T I A H H T F I N W Y R R
GATGTCAAATACCAATTTACTGAAATCAGCAAAAATGAAGGGTTAACGCAAACAACTTAT
D V K Y Q F T E I S K N E G L T Q T T Y
GACCAGCCTGAACAGTATCTGTCACGGACGGTGAAAAGCGAAACACTGCGGCAGGAGCTC
D Q P E Q Y L S R T V K S E T L R Q E L
CTGAAGTTAAAAGATCAGCATCAATCCGTTTTGATTTTAAGAGAATTCCAAGAGCTTTCT
L K L K D Q H Q S V L I L R E F Q E L S
TATGAAGAAATCGCTGAGATATTAGGATGGAGTCTTTCTAAGGTGAATACCACATTGCAC
Y E E I A E I L G W S L S K V N T T L H
CGGGCTAGATTAGAGCTAAAGAAAAACATGACGAAAAGTAGAGAGGAGGAGCGGATATGA
R A R L E L K K N M T K S R E E E R I *

M T
CCTGCTTTCTAGTAAGAGACCTGCTTCCTCTGTATCTTGAAGGTGATTGTAAAAGAGAAA

C F L V R D L L P L Y L E G D C K R E T
CGGAACACGTTATAGAAGAGCATTTAAAAATGTGCAGCAGCTGCAGAGACATGTATGACA

E H V I E E H L K M C S S C R D M Y D T
CGATGGCTGAGCCATTTGAATTGGAAAGCGAACAGGCCGTTGAGGAGGCTTATCTGCCGG

M A E P F E L E S E Q A V E E A Y L P E
AAGAAGAACTGCGTTTTAAACAGAGGTACTATGGATTACTGATCATGAAAGCTGCCTGCT

E E L R F K Q R Y Y G L L I M K A A C W
GGTTTGGAGCGGCGGTTGCCATGATGCTGATCATCAAACTGCTGATATAAAAAAAGCGCT

F G A A V A M M L I I K L L I *
TGTCCGATTCCGGCAAGCGCTTTTTTACATTAAGCCTGGGGATGAATCATATCGTAAATA

Fig. 1. Diagram of yla operon and the deduced amino acid sequences of ylaC and ylaD genes. (A) The coding regions of ylaA, ylaB, ylaC
and ylaD genes are indicated by thick arrows. Promoter region is marked by a thin arrow. (B) The nucleotide sequences and deduced amino
acid sequences of ylaC and ylaD genes. Start codons are represented in bold type and asterisks indicate stop codons. Ribosome binding‐

site and HX3CXXC motif are underlined and boxed, respectively. An inverted repeat sequence functioning as a transcriptional terminator
for the yla operon is indicated by a double underline.
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Bae et al., 2004).

Analysis of Pyla-gusA fusion reporter strain under
various conditions
Many ECF sigma factors function as cell adaptation
systems in diverse environments. The σ

M of B.
subtilis was found to be essential for growth under
high salt concentration conditions (Horsburgh and
Moir, 1999). The σ

X mutant conferred a slight elevation
in sensitivity to heat and oxidative stress (Huang et
al., 1997), and σ

W was shown to perform a role in
detoxification and protection against antimicrobials
(Huang et al., 1998). σ

R and its cognate anti-sigma
factor, RsrA, in S. coelicolor have been demonstrated
to function in oxidative stress resistance (Paget et al.,
1998).

In order to evaluate the expression of Pyla containing
the upstream of the initiation site (TTG) of ylaA gene
during the cell growth phase and under diverse
conditions, the strain harboring the pMLK83 vector
(HBP01) and the strain harboring the Pyla-gusA fusion

reporter (HBP02) were prepared, as was described in
Materials and Methods. -glucuronidase ( Gul) activityβ β

was not detectable in the HBP02 strain during cell
growth, except in the late exponential and early
stationary phases. However, Gul activity levels wereβ

slightly increased during the late exponential and
early stationary phases (data not shown). The Gulβ

activity of the HBP02 strain was measured under a
variety of conditions. Ethanol and heat treatment were
found to have no effects on the Gul activity of theβ

HBP02 strain. However, although the Gul activity ofβ

the HBP02 strain in the absence of hydrogen peroxide
treatment was slightly elevated at 20 minutes, the
addition of hydrogen peroxide resulted in a dramatic
(approximately four-fold) increase in the Gul activityβ

of the HBP02 strain (Fig. 3). The ylaABCD operon
contained the YlaC- dependent distal promoter and
the internal Spx-dependent promoter, which function
in responses to oxidative stress. When the transcription
of the entire operon was induced by the YlaC-
dependent distal promoter, YlaC was detected, but no

A BsuYlaD
MtuOrfH
MxaOrfE
ScoRsrA

BsuYlaD
MtuOrfH
MxaOrfE
ScoRsrA

MTCFLVRDLLPLYLEGDCKRETEHVIEEHLKMCSSCRDMYDT---MA 44
MGCAEVIAEVWTLLDGECTPETRERLRRHLEACPGCLRHYG----LE 43
MNCQDLERLLYPYLDGEFQPEERVDLETHLSGCADCRRRAEEEKQMQ 47

MSCGEPHETDCSEILDHLYEFLDKEMPDSDCVKFEHHFEECSPCLEKYG----LE 51
* : : *: : . :. *:. *. * :

EPFELESEQAVEEAYLPEEELRFKQRYYGLLIMKAACWFGAAVAMMLIIKLLI 97
ERIKALIGTKCRGDRAPEGLRERLRLEIRRTTIIRGGP 81
QALRRAARHSVSGMRAPASLRAGIQVGLKQEQRRVQFGVWLRAGAMALVVVTVGG 102
QAVKKLVKRCCGQDDVPGDLRAKVMGRLDLIRS-GQSVPEHDVAAAPSSSAPQES 105
: .. *

B

Fig. 2. Alignment of the amino acid sequences of YlaD and YlaD-related proteins and hydropathy plot for the structural prediction of YlaD.
(A) The deduced amino acid sequence of YlaD (BsuYlaD) was aligned with those of M. tuberculosis OrfH (MtuOrfH), M. xanthus OrfE
(MxaOrfE) and S. coelicolor RsrA (ScoRsrA). The positions of the conserved amino acids are marked by asterisks and colons for identical
and similar matches, respectively. (B) The hydropathy of each of the amino acid residues was calculated via the methods developed by
Kyte and Doolittle, using a window size of 11 residues. The solid bar in the plot indicates the segment predicted to form transmembrane
helices.
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YlaC was detected during diamide-induced transcription
from the internal promoter (Matsumoto et al., 2005).
In order to verify the results regarding the Gulβ

activity of the HBP02 strain in response to hydrogen
peroxide treatment, we conducted Northern and
Western blot analyses. In the exponentially growing
B. subtilis, ylaC transcript levels increased after the
administration of hydrogen peroxide (Fig. 4A). Also,
ylaC transcripts were detected in the distal and
internal promoters, by S1 nuclease analysis. However,
they were detected in the distal promoter only during
earlier stages, and were not detected later. However,
the ylaC transcript levels increased continuously from
the internal promoter (data not shown). Although
YlaC was not detected during diamide-induced
transcription from the internal promoter, YlaC levels
clearly increased after challenge with hydrogen
peroxide (Fig. 4B).

YlaC increased hydrogen peroxide resistance and
sporulation rate
Reactive oxygen species are known to inflict damage
upon DNA, RNA, and proteins. Therefore, cells carry
superoxide dismutase, peroxidase, and catalase, in
order to protect the cell against the deleterious effects
of such reactive oxygen species (Nunoshiba et al., 1999).

In order to determine the function of YlaC, the
strain harboring the pRB374 vector (HB001), the YlaC-
overproducing strain (HBC01), and the YlaC-disrupted
strain (HBC02) were prepared, as was described in
Materials and Methods. The YlaD-overproducing strain
(HBD01) and the YlaD-disrupted strain (HBD02) were
also prepared via the same method.

The HB001, HBC02, and HBD01 strains manifested
similar growth patterns on media containing 0 1～

mM hydrogen peroxide, but did not grow on 2 mM
hydrogen peroxide. However, the HBC01 and HBD02
strains evidenced clear growth on the media contain-
ing 2 mM hydrogen peroxide. In order to verify the
hydrogen peroxide resistance functions of YlaC and
YlaD, we evaluated the survival rates of mutants in
the presence of hydrogen peroxide: 1 or 2 mM
hydrogen peroxide was added to each of the strains
during exponential phase. The survival rates were
then calculated, as was described in Materials and
Methods. The HBC01 and HBD02 strains evidenced
survival rates superior to those of the HBC02 and
HBD01 strains in the presence of hydrogen peroxide.
About 35% and 3% of the HBC01 cells survived after
treatment with 1 and 2 mM hydrogen peroxide, and
8% and 0.4% of the HBD02 cells survived under
identical conditions. However, the HBC02 and HBD01
strains rarely survived under the same conditions
(Table 2). Therefore, we assessed the peroxidase and
catalase activity levels of the cells, in an attempt to

Fig. 3. Gul activities in HBP01 and HBP02 strains. Samples wereβ

prepared from exponentially growing strains (open symbols). For
the 1 mM hydrogen peroxide treatment (closed symbols), samples
were prepared from the same phase. Gul activity was measuredβ

as described in Materials and Methods. Gul activity of HBP01β

strain without and with the treatment of hydrogen peroxide is
indicated by and . In the HBP02 strain, this is indicated by▲△

and , respectively. Units were calculated according to the○ ●

formula: 1000 × A420/reaction time (min) × OD595 of culture.

Fig. 4. The Northern blot (A) and Western blot (B) of ylaC.
Exponentially growing B. subtilis PS832 was treated with 0.1 and
1 mM hydrogen peroxide. Total RNA (25 g) and crude cells (20μ

g) were prepared fromμ B. subtilis PS832 at the indicated times
and detected via Northern hybridization and Western blotting,
using probes specific to ylaC and anti-YlaC antibody, respectively.

Table 2. Survival rates of B. subtilis and mutants against
hydrogen peroxide

Hydrogen peroxide HB001 HBC01 HBC02 HBD01 HBD02

1 mM 0.35 34.70 0.13 0.05 8.00

2 mM 0.05 3.00 0.10 0.03 0.40
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determine how the HBC01 cells were able to survive
after treatment with 2 mM hydrogen peroxide, as
compared with the HB001 strain. The HB001,
HBC01, and HBC02 strains evidenced similar catalase
activity after treatment with 2 mM hydrogen peroxide.
However, the HBC01 strain exhibited approximately
three-fold higher peroxidase activity than was
evidenced by the HB001 and HBC02 strains (Table
3). This indicates that the HBC01 cells were able to
survive after treatment with 2 mM hydrogen peroxide
by virtue of an increase in their peroxidase activity
levels, as compared with the HB001 strain.

In order to investigate the relationship existing
between the YlaC and spore formation, we evaluated
the sporulation rate of B. subtilis that had survived
heat treatment (Milhaud and Balassa, 1973).
Approximately 80 100% of the HBC01 and HBD02～

strains were found to have sporulated at the late
stationary phase, manifesting a sporulation rate
significantly higher than that of the HB001 strain.
However, 20 30% of the HBC02 and HBD01 strains～

sporulated, which is a lower sporulation rate than was
observed in the HB001 strain (Fig. 5). Although the
precise mechanisms exploited by the YlaC during
sporulation remain to be elucidated, these results
indicated that the overproduction of the YlaC may
exert some influence with regard to sporulation
efficiency.

Table 3. Peroxidase activity of B. subtilis and mutants (HBC01
and HBC02)

Strains Peroxidase activity (A460) Specific activity (U/mg)

HB001 0.239 1

HBC01 0.518 2.9

HBC02 0.223 0.93

Fig. 5. Sporulation of HB001 and mutants. Viable and spore cells
of HB001 and mutants were counted via spore test, as was
described in Materials and Methods, after the cells were incubated
for 24 hours. The sporulation ratio is the percentage of spore cells
to total viable cells.

Fig. 6. Formation of the YlaC-YlaDN complex monitored by 12% native PAGE. (A) YlaC and YlaDN were incubated in TNG buffer
containing 1 mM DTT, as was described in Materials and Methods. The running gel and buffer included 2 mM and 10 mM DTT, respectively.
(B) Samples were incubated in TNG buffer containing 2.5 mM hydrogen peroxide. DTT was omitted from the running gel and buffer.
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Interaction of YlaC and YlaD
To characterize the interaction between YlaC and
YlaD, YlaC was overproduced in E. coli and purified
from the soluble fractions of the cell extracts.
However, high YlaC concentrations and the removal
of imidazole by dialysis resulted in the precipitation
of His-tagged YlaC. His-tagged YlaC was soluble at
>50 μM concentration in TNG buffer [20 mM
Tris-HCl, 200 mM NaCl, 20% glycerol, (pH 8.0)].
The complete YlaD harboring the transmembrane
helices could not be overproduced in E. coli.
Therefore, we prepared a recombinant protein from
partial YlaD, designated YlaDN, which harbors the
active site HX3CXXC and lacks the C-terminal region
containing the transmembrane helices.

According to the results of our analyses of Gulβ

activity and hydrogen peroxide treatment survival
rates in each of the mutant strains, it was hypothe-
sized that hydrogen peroxide might exert some
influence on the interaction between YlaC and YlaD.
In order to test this possibility, recombinant YlaC and
YlaDN were incubated under different redox state
conditions. Purified YlaDN was incubated for 30
minutes at 37°C in the presence of 1 mM DTT. Then,
purified YlaC (4 μM) and reduced YlaDN (4 M andμ

8 M) were incubated together in the presence of 1μ

mM DTT, and run on 12% native polyacrylamide gel,
as was described in Materials and Methods. As is
shown in Fig. 6A, a YlaC-YlaDN complex was detected
as a new band (lane 2-3) in this case. However, when
the purified YlaC and YlaDN were incubated in the
presence of 2.5 mM hydrogen peroxide, no complex
was detected (Fig. 6B). Also, no complex was
detected in the absence of DTT (data not shown).
This data suggests that the interaction between YlaC
and YlaDN is regulated via the formation of an
intramolecular disulfide bond in YlaD in vitro.

The extracytoplasmic function (ECF) sigma factor has
a distinctive structure and function, and appears to
regulate gene expression in response to ex-
tracytoplasmic stimuli. Many ECF sigma factors are
regulated by their cognate anti-sigma factors, and
participate in autoregulation, as well as gene
expression (Brown and Hughes, 1995; Missiakas and
Raina, 1998; Helmann, 1999). Among the seven ECF
sigma factors identified in B. subtilis, σX, σW, and σ

M

have been fairly thoroughly studied. The physiological
roles of other ECF sigma factors have been very
difficult to determine, as deletion mutants do not
manifest clear phenotypes. In this study, although
YlaC and YlaD mutants also did not manifest clear
phenotypes, we showed that YlaC, an ECF sigma

factor in B. subtilis, contributed to oxidative stress
resistance along with its cognate anti-sigma factor,
YlaD, and that the interaction between YlaC and
YlaD was regulated by the redox state of YlaD.

The transcriptions of the ylaABCD operon from the
distal and internal promoters were initiated by YlaC
and diamide-induced oxidative stress, respectively
(Matsumoto et al., 2005). We assessed Gul activityβ

in the HBP02 strain during the late exponential and
early stationary phases, as well as in response to
hydrogen peroxide treatment (Fig. 3). Although no
YlaC was detected subsequently to the addition of
diamide, the ylaC transcripts from the distal and
internal promoter and YlaC were detected after
hydrogen peroxide treatment.

When B. subtilis is grown to late stationary phase
or exposed to hydrogen peroxide, a specific set of
genes is expressed (Dowds et al., 1987; Bol and
Yasbin, 1990). For example, B. subtilis exhibits an
adaptation to hydrogen peroxide which involves the
induction of katA (catalase), ahpCF (alkyl hydro-
peroxide reductase), and mrgA (DNA-binding protein)
genes (Dowds, 1994; Chen and Helmann, 1995; Chen
et al., 1995; Antelmann et al., 1996; Bsat et al.,
1996). These genes appear to be induced via the entry
of grown cells into stationary phase. We conducted
Northern blot analyses with probes of katA, aphC,
mrgA, and trxA (thioredoxin) genes in the HBC01 and
HBC02 strains (data not shown). The results of the
Northern blot analyses revealed slightly different
patterns in the levels of these gene transcripts.
However, the HBC01 strain exhibited a constant level
of trxA transcripts, and this level was higher than that
observed in the HBC02 strain. The HBC01 and
HBD02 strains were able to grow on media
containing 2 mM hydrogen peroxide, and evidenced
survival rates higher than those of the HBC02 and
HBD01 strains. In the upstream region of the trxA
gene encoding for thioredoxin, two promoters, SA and
SB, occurred, and only the SA promoter was bound to
sigma factor SigA after treatment with hydrogen
peroxide and puromycin (Scharf et al., 1998).
Transcription from the internal promoter of the
ylaABCD operon was induced by oxidative stress, and
may have been dependent on SigA (Matsumoto et al.,
2005). This data suggests that YlaC influences gene
expression in response to hydrogen peroxide, and is
related to SigA. From our results regarding the
survival rate of mutants against hydrogen peroxide,
we were able to infer that YlaC and YlaD were
related to hydrogen peroxide response.

Reactive oxygen species are known to induce cell
damage to DNA, RNA, and proteins. Therefore, cells
carry superoxide dismutase, peroxidase, and catalase,
all of which function to protect the cell against the
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deleterious effects associated with reactive oxygen
species (Nunoshiba et al., 1999). In this study, we
demonstrated that the HBC01 strain was able to
survive after treatment with 2 mM hydrogen peroxide,
by virtue of an increase in cellular peroxidase activity,
as compared with that of the HB001 strain (Table 3).
Thioredoxin may also contribute to YlaC-mediated
resistance capabilities, as the trxA levels in the
HBC01 strain were higher than those of the HBC02
strain.

In B. subtilis, sporulation is triggered by a variety
of stimuli, and requires sporulation-specific sigma
factors, including σ

E, σ
F, σ

G, and σ
K (Haldenwang,

1995). In order to determine whether YlaC and YlaD
are involved in sporulation, we evaluated the
sporulation efficiency of the ylaC and ylaD mutants.
The HBC01 and HBD02 strains evidenced higher
sporulation efficiency than was seen in the HBC02
and HBD01 strains. However, spore formation in the
HBC02 and HBD01 strains also proceeded normally
(Fig. 5), thereby indicating that YlaC and YlaD
affected sporulation in a pattern similar to that
associated with hydrogen peroxide resistance.
Although YlaC and YlaD are dispensable with regard
to sporulation, it appears likely that the expression of
these factors also influences development in B.
subtilis, either directly or indirectly.

In B. subtilis, the interaction of ECF sigma factor
with anti-sigma factor in response to extracytoplasmic
stimuli has yet to be clearly elucidated. The inter-
action between σ

R and RsrA, harboring the conserved
motif HX3CXXC, is regulated in S. coelicolor by
changes in the redox state. RsrA functions as a redox-
sensitive and σ

R-specific anti-sigma factor (Kang et
al., 1999), and is a metalloprotein which contains
zinc, which is released upon the oxidation of RsrA,
concomitant with disulfide bond formation (Bae et al.,
2004). YlaD is a membrane protein that harbors
transmembrane helices at its C-terminal region, and
the conserved HX3CXXC motif within its N-terminal
region. YlaD has a structure that is so reminiscent of
the structure of RsrA that it has been suggested to
function similarly to RsrA. Although no interaction
was detected between YlaC and YlaD in the yeast
two-hybrid system experiment (Yoshimura et al.,
2004), the formation of a YlaC-YlaDN complex was
observed in the presence of 1 mM DTT, but not
detected with 2.5 mM hydrogen peroxide or without
DTT in vitro in 12% native polyacrylamide gel (Fig.
6). This shows that the formation of the YlaC-YlaD
complex may be regulated by the redox state of
YlaD. Under reduced conditions, YlaD exists in a
reduced form, and in a complex with YlaC. Exposure
to oxidative stress induced the oxidation of YlaD,
which resulted in its dissociation from the YlaC-YlaD

complex, thereby allowing free YlaC to recognize its
specific promoter, and subsequently induce the
transcription of oxidative stress-associated genes.

In this study, we have shown that the YlaC may
influence gene expression in response to oxidative
stresses, namely hydrogen peroxide exposure, and
may also be related to spore formation. We also
determined that the redox state of YlaD may play a
significant role in the aforementioned functions.
Detailed studies into the YlaC-YlaD complex and
gene expression in response to oxidative stress are
expected to uncover more interesting features of the
ECF sigma factors.

We would like to thank P. Setlow and P. J. Piggot for
providing B. subtilis PS832 and plasmids. This work
was supported by a Korea Research Foundation Grant
(KRF-2000-041-DS0039).

Antelmann, H., S. Engelmann, R. Schmid, and M. Hecker.
1996. General and oxidative stress response in Bacillus
subtilis: cloning, expression, and mutation of the alkyl
hydroperoxide reductase operon. J. Bacteriol. 178, 6571-
6578.

Bae, J.B., J.H. Park, M.Y. Hahn, M.S. Kim, and J.H. Roe.
2004. Redox-dependent changes in RsrA, an anti-sigma
factor in Streptomyces coelicolor: zinc release and
disulfide bond formation. J. Mol. Biol. 335, 425-435.

Bol, D.K. and R.E. Yasbin. 1990. Characterization of an
inducible oxidative stress system in Bacillus subtilis. J.
Bacteriol. 172, 3503-3506.

Braun, V. 1997. Surface signaling: novel transcription initiation
mechanism starting from the cell surface. Arch. Microbiol.
167, 325-331.

Brown, K.L. and K.T. Hughes. 1995. The role of anti-sigma
factors in gene regulation. Mol. Microbiol. 16, 397-404.

Bsat, N., L. Chen, and J.D. Helmann. 1996. Mutation of the
Bacillus subtilis alkyl hydroperoxide reductase (ahpCF)
operon reveals compensatory interactions among hydrogen
peroxide stress genes. J. Bacteriol. 178, 6579-6586.

Cole, S.T., R. Brosch, J. Parkhill, T. Garnier, C. Churcher, D.
Harris, S. V. Gordon, K. Eiglmeier, S. Gas, C. E. Barry,
F. Tekaia, K. Badcock, D. Basham, D. Brown, T. 
Chillingworth, R. Connor, R. Davies, K. Devlin, T. 
Feltwell, S. Gentles, N. Hamlin, S. Holroyd, T. Hornsby,
K. Jagels, A.  Krogh, J. Mclean, S. Moule, L. Murphy,
K. Oliver, J. Osborne, M. A. Quail, M.A. Rajandream, J. 
Rogers, S. Rutter, K. Seeger, J. Skelton, R. Squares, S. 
Squares, J. E. Sulston, K. Taylor, S. Whitehead, and B. G. 
Barrell. 1998. Deciphering the biology of Mycobacterium
tuberculosis from the complete genome sequence. Nature
393, 537-544.

Chen, L. and J.D. Helmann. 1995. Bacillus subtilis MrgA is a
Dps (PexB) homologue: evidence for metalloregulation of



Vol. 44, No. 2 YlaC and YlaD in Bacillus subtilis 215

an oxidative-stress gene. Mol. Microbiol. 18, 295-300.
Chen, L., L. Keramati, and J.D. Helmann. 1995. Coordinate

regulation of Bacillus subtilis peroxide stress genes by
hydrogen peroxide and metal ions. Proc. Natl. Acad. Sci.
USA 92, 8190-8194.

Dowds, B.C.A., P. Murphy, D.J. McConnell, and K.M. Devine.
1987. Relationship among oxidative stress, growth cycle,
and sporulation in Bacillus subtilis. J. Bacteriol. 169,
5771-5775.

Dowds, B.C.A. 1994. The oxidative stress response in Bacillus
subtilis. FEMS Microbiol. Lett. 124, 255-263.

Dubnau, D. and R. Davidoff-Abelson. 1971. Fate of
transforming DNA following uptake by competent
Bacillus subtilis, I. Formation and properties of the
donor-recipient complex. J. Mol. Biol. 56, 209-221.

Gorham, H.C., S.J. McGowan, P.R.H. Robson, and D.A. Hodgson.
1996. Light-induced carotenogenesis in Myxococcus xanthus:
light-dependent membrane sequestration of ECF sigma
factor CarQ by anti-sigma factor CarR. Mol. Microbiol.
19, 171-186.

Haldenwang, W.G. 1995. The sigma factor of Bacillus subtilis.
Microbiol. Rev. 59, 1-30.

Harwood, C.R. and S.M. Cutting. 1990. Molecular Biological
Methods for Bacillus.

Helmann, J.D. 1999. Anti-sigma factors. Curr. Opin.
Microbiol. 2, 135-141.

Horsburgh, M.J. and A. Moir. 1999. σ
M, an ECF RNA

polymerase sigma factor of Bacillus subtilis 168, is
essential for growth and survival in high concentration of
salt. Mol. Microbiol. 32, 41-50.

Huang, X., A. Decatur, A. Sorokin, and J.D. Helmann. 1997.
The Bacillus subtilis sigma(X) protein is an ex-
tracytoplasmic function sigma factor contributing to
survival at high-temperature stress. J. Bacteriol. 179,
2915-2921.

Huang, X. and J.D. Helmann. 1998. Identification of target
promoters for the Bacillus subtilis sigmaX factor using a
consensus-directed search. J. Mol. Biol. 279, 165-173.

Huang, X., K.L. Fredrick and J.D. Helmann. 1998. Promoter
recognition by Bacillus subtilis sigmaW: autoregulation
and partial overlap with the sigX regulon. J. Bacteriol.
180, 3765-3770.

Kang, J.G., M.S.B. Paget, Y.J. Seok, M.Y. Hahn, J.B. Bae, J.S.
Hahn, C. Kleanthous, M.J. Buttner, and J.H. Roe. 1999.
RsrA, an anti-sigma factor regulated by redox change.
EMBO J. 18, 4292-4298.

Karow, M.L. and P.J. Piggot. 1995. Construction of gusA
transcriptional fusion vectors for Bacillus subtilis and their
utilization for studies of spore formation. Gene 163,
69-74.

Kenney, T.J. and C.P. Jr. Moran. 1987. Organization and
regulation of an operon that encodes a sporulation-
essential sigma factor in Bacillus subtilis. J. Bacteriol.
169, 3329-3339.

Kunst, F., N. Ogasawara, I. Moszer, A.M. Albertini, G. Alloni,
V. Azevedo, M.G. Bertero, P. Bessieres, A. Bolotin, S.
Borchert, R. Borriss, L. Boursier, A. Brans, M. Braun,
S.C. Brignell, S. Bron, S. Brouillet, C.V. Bruschi, B.
Caldwell, V. Capuano, N.M. Carter, S.K. Choi, J.J.
Codani, I.F. Connerton, A. Danchin, et al. 1997. The

complete genome sequence of the Gram-positive Bacillus
subtilis. Nature 390, 249-256.

Liesegang, H., K. Lemke, R.A. Siddiqui, and H.G. Schlegel.
1993. Characterization of the inducible nickel and cobalt
resistance determinant cnr from pMOL28 of Alcaligenes
eutrophus CH34. J. Bacteriol. 175, 767-778.

Li, W., A.R. Bottrill, M.J. Bibb, M.J. Buttner, and C.
Kleanthous. 2003. The role of zinc in the disulphide
stress-regulated anti-sigma factor RsrA form Steptomyces
coelicolor. J. Mol. Biol. 333, 461-472.

Li, W., C.E. Stevenson, N. Burton, P. Jakimowicz, M.S.B.
Paget, M.J. Buttner, D.M. Lawson, and C. Kleanthous.
2002. Identification and structure of the anti-sigma
factor-binding domain of the disulphide-stress regulated
sigma factor sigma(R) from Streptomyces coelicolor. J.
Mol. Biol. 323, 225-236.

Lonetto, M.A., K.L. Brown, K.E. Rudd, and M.J. Buttner.
1994. Analysis of the Streptomyces coelicolor sigE gene
reveals the existence of a subfamily of eubacterial RNA
polymerase sigma factors involved in the regulation of
extracytoplasmic function. Proc. Natl. Acad. Sci. USA 91,
7573-7577.

Matsumoto, T., K. Nakanishi, K. Asai, and Y. Sadaie. 2005.
Transcriptional analysis of the ylaABCD operon of
Bacillus subtilis encoding a sigma factor of ex-
tracytoplasmic function family. Genes Genet. Syst. 80,
385-393.

Milhaud, P. and G. Balassa. 1973. Biochemical genetics of
bacterial sporulation. IV. Sequential development of
resistances to chemical and physical agents during
sporulation of Bacillus subtilis. Mol. Gen. Genet. 125,
241-250.

Missiakas, D. and S. Raina. 1998. The extracytoplasmic
function sigma factors: role and regulation. Mol.
Microbiol. 28, 1059-1066.

Newman, J.D., J.R. Anthony, and T.J. Donohue. 2001. The
importance of zinc-binding to the function of Rhodobacter
sphaeroides ChrR as an anti-sigma factor. J. Mol. Biol.
313, 485-499.

Nunoshiba, T., F. Obata, A.C. Boss, S. Oikawa, T. Mori, S.
Kawanishi, and K. Yamamoto. 1999. Role of iron and
superoxide for generation of hydroxyl radical, oxidative
DNA lesions, and mutagenesis in Escherichia coli. J. Biol.
Chem. 274, 34832-34837.

Paget, M.S.B., J.B. Bae, M.Y. Hahn, W. Li, C. Kleanthous,
J.H. Roe, and M.J. Buttner. 2001. Mutational analysis of
RsrA, zinc-binding anti-sigma factor with a thiol-
disulphide redox switch. Mol. Microbiol. 39, 1036-1047.

Paget, M.S.B., J.G. Kang, J.H. Roe, and M.J. Butter. 1998. σR,
an RNA polymerase sigma factor that modulates
expression of the thioredoxin system in response to
oxidative stress in Streptomyces coelicolor A3(2). EMBO
J. 17, 5776-5782.

Paget, M.S.B., V. Molle, G. Cohen, Y. Aharonowitz, and M.J.
Buttner. 2001. Defining the disulphide stress response in
Streptomyces coelicolor A3(2): identification of the σ

R

regulon. Mol. Microbiol. 42, 1007-1020.
Reinhold Brückner. 1992. A series of shuttle vectors for

Bacillus subtilis and Escherichia coli. Gene 122, 187-192.
Phillips, Z.E.V. and M.A. Strauch. 2002. Bacillus subtilis



216 Ryu et al. J. Microbiol.

sporulation and stationary phase gene expression. Cell
Mol. Life Sci. 59, 392-402.

Scharf C., S. Riethdorf, H. Ernst, S. Engelmann, U. Volker,
and M. Hecker. 1998. Thioredoxin is an essential protein
induced by multiple stresses in Bacillus subtilis. J.
Bacteriol. 180, 1869-1877.

Shin, I., H.B. Ryu, H.S. Yim, and S.O. Kang. 2005.
Cytochrome c550 is related to initiation of sporulation in
Bacillus subtilis. J. Microbiol. 43, 244-250.

Stragier, P. and R. Losick. 1996. Molecular genetics of

sporulation in Bacillus subtilis. Annu. Rev. Genet. 30,
297-341.

Van Dessel, W., L. Van Mellaert, N. Geukens, E. Lammertyn,
and J. Anne. 2004. Isolation of high quality RNA from
Streptomyces. J. Microbiol. Methods 58, 135-137.

Yoshimura, M., K. Asai, Y. Sadaie, and H. Yoshikawa. 2004.
Interaction of Bacillus subtilis extracytoplasmic
function(ECF) sigma factors with the N-terminal regions
of their potential anti-sigma factors. Microbiology 150,
591-599.



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


