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Abstract Three strains—C107, C207, and C307—of spore-
forming Gram-positive motile rod-shaped bacteria were
isolated from dead larvae of Culex pipiens in La Plata city,
Argentina. The three bacterial strains have different pheno-
typic and molecular characteristics. A comparative analysis of
their 16S rRNA gene sequences and phylogenetic analysis
demonstrated that isolates C107 and C207 were related to
reference strains of Lysinibacillus sphaericus, while C307
was related to Bacillus licheniformis. The cytomorphology,
biochemical characterization, and phylogenetic relatedness
corroborated these respective group assignments. The isolated
bacterial strain exhibited the same PCR amplified pattern for
the binA, binB, and mtx genes as did the reference strains
used. These bacterial strains presented different pathogenic
actions among the following mosquito species tested: Culex
pipiens, Aedes aegypti, Culex dolosus, Culex apicinus,
Ochlerotatus albifasciatus, and Anopheles albitarsis. Only
isolates C107 and C207 exhibited mosquitocidal activity.
Culex pipiens was the species most susceptible to C107

(LC50, 4×10
4 spores/ml), while O. albifasciatus was most

susceptible to C207 (LC50, 3.4×10
6 spores/ml).

Keywords Mosquito larvae .Culex pipiens . Lysinibacillus
sphaericus . Biological control . 16S rRNA gene

Introduction

Mosquitos pose a major human health problem worldwide.
Efforts aimed at mosquito control have traditionally
involved pesticides, but this approach has become harmful
to the environment and has also resulted in insect
resistance. At the present time, for the comprehensive
control of insects, environmentally friendly pesticides
together with biological control agents are strongly recom-
mended (Federici et al. 2007; Lacey et al. 2007). Lysiniba-
cillus sphaericus (Meyer and Neide) is an aerobic
mesophilic spore-forming bacterium that has been used
with great success in mosquito control programs worldwide
(Charles et al. 1996). Based on their biochemical and
genetic characteristics, Bacillus sphaericus (Neide) and
Bacillus fusiformis (Priest) were recently reassigned to the
genus Lysinibacillus as L. sphaericus and L. fusiformis,
respectively (Ahmed et al. 2007). The presence of binary
toxins (41.9 and 51.4 kDa) with mosquitocidal activity, the
inability to ferment carbohydrate, and the production of
spore resistance are among the more significant physiolog-
ical features of this genus.

Species of Lysinibacillus have been isolated from soil
and from infected mosquito larvae. Although most strains
of L. sphaericus are not pathogenic to insects, strains that
are in fact mosquitocidal can be exploited as important
tools in pest-control programs (Xu et al. 1992). The
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mosquitocidal activity of L. sphaericus and the persistence
of its spores in the environment would make this species a
suitable candidate for inoculation of mosquito breeding
sites as an effective and ecologically friendly biological
control agent (Mulla et al. 1984; Siegel et al. 2001). More
than 380 L. sphaericus strains belonging to at least three
genera (Culex, Aedes, Anopheles) have been identified that
are toxic to the larvae of mosquitos (de Barjac et al. 1988;
Baumann et al. 1991). These strains have been subdivided
according to their exhibited toxicity as (1) low toxicity
(50% lethal concentration (LC50), 10

5 cells per ml), and (2)
high toxicity (LC50, 102 to 103 cells per ml) strains
(Baumann et al. 1991; Porter et al. 1993).

The mosquitocidal properties result from the action of
both a binary toxin (Bin proteins) with molecular weights
41.9 and 51.4 kDa that forms crystalline inclusions during
sporulation (Broadwell et al. 1990) and a 100-kDa toxin
(the Mtx protein) produced during vegetative growth (Priest
et al. 1997). The genes encoding the binary toxin (binA and
binB) are distributed among the high-toxicity strains, while
the gene encoding the 100 kDa toxin (the mtx gene) is
widely present among both low- and high-toxicity strains
(Thanabalu et al. 1991).

Isolates of L. sphaericus can be grouped into 49 serotypes
on the basis of flagellar-binding specificity, but relatively few
biochemical and morphological tests have been used to
define L. sphaericus as a species. Over the last decade, the
taxonomy of the Lysinibacillus genus has been revised on
the basis of analyses of 16S rRNA gene sequences and other
chemotaxonomic data (Woodburn et al. 1995; Logan and
Berkley 2000; Nakamura 2000). Because of this heteroge-
neity, we undertook a screening approach to search for local
strains of L. sphaericus-like microorganisms having high
toxicities for a wide range of hosts.

We report here the isolation of Lysinibacillus sp. with
different phenotypic characteristics and mosquitocidal activity
against a range of mosquito-host species, and also describe the
pattern obtained from PCR amplification of the bin and mtx
genes of these isolates. Finally, we use phylogenetic relation-
ships based on 16S rRNA gene sequences in combination
with biochemical and physiological methods to determine
the taxonomic status of the local isolates of L. sphaericus-
like microorganisms that we obtained.

Materials and methods

Lysinibacillus sphaericus strain

Lysinibacillus sphaericus strains 2362 and SPH 88, and L.
fusiformis strain K7865 were kindly supplied by the Pasteur
institute (France) and National Institute of Agricultural
Biotechnology, Seoul, Korea, respectively. Strains of

infected Culex larvae were isolated from breeding sites
located in the city of La Plata, Buenos Aires, Argentina.

Collection of mosquito larvae

Several Culex pipiens breeding sites were sampled weekly
during a period of 3 years in La Plata, Buenos Aires,
Argentina. Samples were collected from drainage ditches
(25×0.40×0.20 m, width × length × depth), with a 300-ml
dipper, passed through a fine-mesh net (100 μm), and
transported to the laboratory in plastic containers along
with water from the same site.

Mosquito species were identified by their morphological
characteristics, according to the criteria of Darsie (1985)
and Lane (1953). Once in the laboratory, specimens were
observed under a stereoscopic microscope in order to detect
symptoms produced by the presence of pathogens. On one
occasion, in March 2006, 100% (N=2,536) mortality of the
C. pipiens larvae was observed 6 h after their collection.

Isolation of bacterial strains colonizing mosquito larvae

The dead larvae were sterilized by first placing them in
sterile distilled water for 20 s followed by two 20-s washes
with 70% (v/v) aqueous alcohol and a final 20-s wash with
sterile distilled water. They were then homogenized in
10 ml sterile physiological saline solution according to Días
et al. (1992); after dilution with 10 ml physiological saline
containing sterile glass beads, the homogenate was vor-
texed for 1 min. After pasteurization at 65°C for 30 min and
cooling on ice for 5 min, 0.5 ml of the suspensions from each
sample were diluted to 10 ml with sterile distilled water and
100 μl of the dilution were spread on 9 cm diameter Petri
dishes containing nutrient agar. The dishes were incubated at
25°C in the dark for 72 h (Lacey and Brooks 1997). Finally,
colonies were picked after single-cell seeding on nutrient
yeast extract salt medium (NYSM) agar (10 g/l glucose,
5 g/l NaCl, 0.3 g/l meat extract, 0.5 g/l yeast extract,
0.203 g/l MgCl2, 0.102 g/l CaCl2, 0.01 g/l MnCl2, pH 7)
(Yousten et al. 1985) for phenotypic characterization.

Phenotypic characterization

Cytomorphological analyses of strains were conducted with
cultures 10–15 days old, under an optical microscope, using
Gram stain for free bacteria (Thiery and Frachon 1997) and
malachite green for spores. For a first characterization of the
isolates, biochemical and physiological testing was performed
to assess their capacity to grow inminimal mediumwith either
glucose, arabinose, mannitol, xylose, or starch as the sole
carbon source; in gelatin (Britania Laboratories, Buenos
Aires, Argentina); casein; acetoin (3-hydroxybutanone);
tyrosine; or lecithin (Thiery and Frachon 1997).
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The isolates were also cultivated in NYSM agar as above
but with different concentrations of antibiotics added: strepto-
mycin, 100 and 200 μg/ml; erythromycin, 1 and 2 μg/ml;
tetracycline, 2 and 5 μg/ml; and chloramphenicol,
8 μg/ml. Likewise, varying concentrations of NaCl: 5, 7, and
10% (w/v); or boric acid: 50, 60, and 75 μg/ml were tested.
The catalase activity of the isolates was measured as described
by Thiery and Frachon (1997), their ability to hydrolyze urea
evaluated by their growth in test tubes containing 5 ml
Christensen agar (Britania) in the presence of 5 ml 40%
(w/v) urea, and their hemolytic capacity assessed in NYSM
agar with 5% sterile sheep blood (Britania).

To study the fermentation of 49 carbohydrate substrates,
we used the API 50 CH (bioMérieux, Marcy L'Etoile,
France) according to the instructions of the manufacturer.
Suspensions of the reference strains and the bacterial strains
isolated were inoculated in CHB/E medium (bioMérieux)
with a McFarland turbidity value equal to 2 and equivalent
to 6×108 colony forming units (CFU)/ml. The cultures
were then incubated for 24 and 48 h at 30°C. The
carbohydrate catabolism produces organic acids that change
the color of the phenol-red indicator from red to yellow.

DNA preparation

Total genomic DNA was extracted from the bacterial
isolates as described by Aguilar et al. (2001) with some
modifications. In brief, a loop of cells grown in NYSM agar
(Yousten et al. 1985) was suspended in 0.5 ml 1 M NaCl
for a period of 15–40 min. Cells were pelleted by
centrifugation (11,000 g, resuspended in 0.5 ml sterile
distilled water, and then re-centrifuged under the same
conditions. The pellets were finally resuspended in 150 μl
6% (w/v) Chelex resin for the preparation of total DNA by
means of the IntaGene DNA Purification Matrix (Bio-Rad)
according to the manufacturer's instructions.

Sequencing of the 16S rRNA gene

To determine the sequence of the 16S rRNA gene, a 1.3-kb
fragment was amplified by PCR from the genomic DNA of
the samples using universal eubacteria-specific primers: 16S
rP3 (5′-TACGGHTACCTTGTTACGACTT-3′) and 16S fD1
(5′-AGAGTTTGATCMTGGCTCAG-3′) as described by
Lane (1991).

PCR amplification and sequencing of the 16S-rRNA
gene were carried out as described by Weisburg et al.
(1991). The PCR was performed in a final volume of 50 μl
containing 10 μl (5X) commercial buffer, 0.5 μM of each
oligonucleotide, 200 μM dNTPs, 2 mM MgCl2, 1.0 U Taq
polymerase and 100 ng total DNA. The PCR conditions used
for initial denaturation were 95°C for 5 min, followed by 35
1-min denaturation cycles at 94°C, an annealing at 58°C for

1 min, an initial chain extension at 72°C for 2 min, and a
final extension at 72°C for 3 min. The amplified 16S rRNA
gene PCR products from the three bacterial isolates were
sequenced at Macrogen (Seoul, Korea). The primers used to
obtain the partial sequence of the 16S rRNA gene from the
isolates were the same as for the PCR amplification.

Sequence analysis

Standard chromatographic curves of forward and reverse
sequences were edited using the program Bioedit (Hall 1999).
The sequences obtained from strains C107 and C207 were
compared to 16S rRNA gene sequences available in the
databases of the National Center for Biotechnology Infor-
mation (NCBI, http://www.ncbi.nlm.nih.gov/) by BLASTN
homology search, as described by Altschul et al. (1997).

Phylogenetic analysis included the 16S rRNA gene
sequences of the local isolates C107 and C207 and the
reference strains L. sphaericus, and L. fusiformis obtained
from GenBank (see accession numbers in Fig. 1). Alycyclo-
bacillus cycloheptanicus was used as outgroup (Nakamura
2000). Sequences were aligned using CLUSTALW
(Thompson et al. 1994) and adjustedmanually. Our complete
dataset included 1,445 aligned nucleotide positions. Genetic
distances were estimated using the Kimura two parameters
model (Kimura 1980). The phylogenetic tree was inferred
with the neighbor joining (NJ) algorithm (Saitou and Nei
1987) using PAUP 4.0 (Swofford 2003). Cluster support was
assessed through 1,000 bootstrap replicates (Felsenstein
1985). The partial 16S rRNA gene nucleotide sequences of
the isolates C107 and C207 described in this study have been
deposited into GenBank under the accession numbers
HM125961 and HM125962, respectively.

Screening for the presence of L. sphaericus toxin genes
by PCR

Primers designed by Otsuki et al. (1997) for detection of the
binary-toxin operon as well as the individual bin genes
[bsn1/bsn2 and bs1/bs2 (bin B), bsn3/bsn4 and bs3/bs4
(binA)] and the mtx1 gene (100.1/100.2) were used as
previously described by the authors. Supernatant (1 or 2 μl)
of the Chelex-resin resuspension (50 ng DNA) were
transferred to a 20-μl reaction mixture containing 4 μl
buffer (5X), 1 μM of each primer, 200 μM dNTPs, 2.5 mM
MgCl2, and 1.25 U Taq polymerase.

The reaction was performed under the following ampli-
fication conditions: initial denaturation at 94°C for 3 min,
followed by 35 30-s denaturation cycles at 94°C, annealing
at 55°C for 30 s, an initial chain extension at 72°C for 30 s,
and a final extension at 72°C for 7 min.

After the first PCR with the pairs of primers BSN1/BSN2
(5′-CACGGAATGGTTATGGTT-3′/5′-AGGTGCATTAG
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GATACGA-3′) and BSN3/BSN4 (5′-GTACATTCGCGT
TATGG-3′/5′-GTATCATAGGTGAACC-3′), 1 μl of the
above reaction was used as template for the nested PCR with
the inner primers BS1/BS2 (5′-GTAGGGCGCTTGACAG

TAGG-3′/5′-GGCCTATTTAGCCCCCTTG-3′) and BS3/
BS4 (5′-GGCATAATGGGTCCGT-3′/5′-GAGCGCGGAC
CACATGC-3′), using the same conditions as the first PCR.
These primers direct the amplification of internal fragments

Fig. 1 Phylogenetic relationships based on 16S rRNA gene sequence
analysis of members of Lysinibacillus isolated from Culex pipiens
larvae. Evolutionary distances were calculated using the Kimura two
parameters method, and the topology was inferred using the neighbor-
joining (NJ) method. Numbers above branches represent percentage

bootstrap values based on 1,000 replicates. The scale bar represents
0.1 substitutions per site. The 16S rRNA gene sequences of
Alycyclobacillus cycloheptanicus was arbitrarily chosen as the out-
group. Accession numbers are between parentheses
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from the binB and binA genes, respectively. The products of
amplification were separated in a 1% (w/v) agarose gel
containing 0.5 % TBE (Tris-Boric acid-EDTA) buffer and
0.5 μg/ml ethidium bromide.

For detection of mtx genes, the primer pair used was
100.2 /100.2 (5′-CCAGGGGGAATTCGTC-3′/5′-GAGC
TACTGTTCTCAC-3′), previously designed by Otsuki et
al. (1997).

Biological characterization: host range

Bioassays were conducted to determine the varieties of
mosquitos susceptible to the isolates. Dilutions of bacterial
cultures were made after 10–15 days of incubation in
nutrient agar. A 1-ml aliquot (about 109 cells) was placed in
tubes with 10 ml Tween 80 [0.01% (w/v) sodium
polysorbate] and glass beads to release the spores of the
isolates. The number of spores was counted in a Neubauer
hemocytometer. Seven different concentrations (102, 103,
104, 105, 106, 107 and 108) were then obtained by serial
dilution. This concentration range was used to infect C.
pipiens larvae and subsequently isolate the pathogen
according to Koch’s postulates. The host range of bacterial
isolates and the reference strains (SPH 88 and K7865) was
evaluated in third larval instars of six different mosquito
species: C. pipiens (field and laboratory specimens), Culex
dolosus (Lynch Arribalzaga), Culex apicinus (Philippi),
Anopheles albitarsis (Lynch Arribalzaga), Ochlerotatus
albifasciatus (Macquart), and Aedes aegypti L. (field and
laboratory specimens). The biossay was conducted at 25°C
in 8-cm-diameter plastic containers containing 100 ml
distilled water plus 1 ml each bacterial concentration and
the mosquito larvae host to be tested. A container with larvae
but without bacteria was used as a control. Nine replicates
plus three control containers were used for each combination
of bacterial concentration and mosquito species. Per each
container, 25 C. pipiens laboratory specimens, 25 C. pipiens
field specimens, 15 C. dolosus, 25 C. apicinus, 10 A.
albitarsis, 15 O. albifasciatus, 25 A. aegypti field speci-
mens and 25 A. aegypti laboratory specimens were used.
No source of food was added. The number of dead larvae in
each container was registered after 48 h. The LC50 was
calculated by PROBIT Analysis (Chi 1997).

Results

Isolation of bacteria from infected larvae
and their phenotypic characterization

The presence of bacilli was detected by phase-contrast
microscopy in slides of dissected infected larvae (N=2,536)
collected on one sampling date (March 2006). Three

bacterial strains were isolated after cultivation: C107,
C207, and C307. These strains were Gram-positive and
lacked parasporal bodies, while C107 and C207 had mobile
cells with a terminal spherical sporangium measuring
between 0.6 and 2.5 μm along with abundant free spherical
spores. Strain C307 exhibited mobile cells with a non-
deformed cylindrical spore-containing sporangium located
subterminally and measuring 0.6–3.8 μm.

Table 1 summarizes the biochemical tests performed.
Isolate C307 is a member of Bacillus licheniformis
(Weigmann), while isolations C107 and C207 are members
of L. sphaericus. Nevertheless, the presence of differing
features between both these L. sphaericus strains prompted
us to continue with their molecular and biological charac-
terization. The phenotypic differences between C107 and
C207 lay in their resistance or sensitivity to different
antibiotics, their degree of tolerance to boric acid or NaCl,
and the exclusive hemolytic capacity of strain C207. The
combination of these features in strain C207 was similar to
that described by From et al. (2005) and Ahmed et al.
(2007) for L. fusiformis. With SPH 88—the reference strain
of L. sphaericus—a slightly positive hydrolysis reaction
was observed with urea.

Through their ability to ferment the 49 sugars of the API
50 CH gallery, we determined the biochemical profile of
the Lysinibacillus strains isolated and of the reference
strains. L. sphaericus strains SPH 88 and 2362 and the
bacterial isolates C107 and C207 were able to metabolize
both glycerol and N-acetylglucosamine, while L. fusiformis
K7865 was positive for N-acetylglucosamine alone.

16S rRNA gene sequence analysis

Sequencing of the genes encoding the 16S rRNA subunit in
DNA from the isolated bacterial strains C107 and C207 by
means of BLASTN (NCBI) analysis indicated a 99%
similarity between the nucleotides of strain C107 and those
of L. sphaericus (e.g., strains RG-1, PRE16, and C3-41). A
similar result was obtained with the same L. sphaericus
strains and C207. Some strains of L. fusiformis (e.g.,
Lysinibacillus fusiformis X-9, WH22, and X-25 plus the
reference strain DSM 2898T for this species), however, also
shared a 99% nucleotide-sequence identity with both strains
C107 and C207. Next, we determined the degree of
relatedness of our isolates to different L. sphaericus and
L. fusiformis species through a phylogenetic analysis.

The NJ tree shows a close relationship between the
strains isolated in the present study and Group I of
Nakamura (strains B-23269 and B-23287; Fig. 1). The
reference strain DSM 2898T clustered with Nakamura’s
Group II, containing strains of L. fusiformis; while
reference strain DSM 28 grouped with Nakamura’s Group
II, comprising B. sphaericus strains, as expected (Fig. 1).
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Screening for the presence of L. sphaericus toxin genes

Primers BS1/BS2 and BSN1/BSN2 gave rise to frag-
ments of 523- and 1.053-bp, respectively, both cor-
responding to the 51.4-kDa toxin gene; whereas primers
BS3/BS4 and BSN3/BSN4 amplified 478- and 720-bp
fragments, respectively, both belonging to the 41.9-kDa
toxin protein. The set of primers 100.1/100.2, homolo-
gous to the mtx gene, yielded a 700-bp PCR product
(Fig. 2a–e).

Biological characterization: host range

Culex pipiens larvae from a laboratory colony were
susceptible to strain C107 at an LC50 of 4×104 spores/ml,
compared to a value of 1×105 spores/ml for the reference
strain SPH 88. By contrast, C. pipiens larvae collected in
the field exhibited respective LC50 values of 1.1×105 and
2.2×105 spores/ml for these two bacterial strains.

Colony-bred C. pipiens larvae showed greater suscepti-
bility to the strain C207 at an LC50 of 1×10

7 spores/ml than

Table 1 Biochemical and physiological characterization of the bacterial strains C107, C207 and C307 and their reference strains SPH 88 and
K7865

Biochemical and physiological
characteristics

Lysinibacillus
sp. C107

Lysinibacillus
sp. C207

Lysinibacillus sphaericus
strain SPH 88

Lysinibacillus fusiformis
strain K7865

Bacillus
sp. C307

Growth in:

Glucose -a - - - +

Arabinose - - - - -

Mannitol - - - - -

Xylose - - - - +

Starch - - - - +

Gelatin + + + + +

NaCl 5% + + + + +

NaCl 7% ± + + + +

NaCl 10% - ± - + -

Boric acid 50 + + + + +

Boric acid 60 + - + - -

Boric acid 75 ± - ± - -

Streptomycin 100b + + + + +

Streptomycin 200b + + + + +

Erythromycin 1b + + + + +

Erythromycin 2b - + - + NDc

Tetracycline 2b - - - - -

Tetracycline 5b - - - - -

Chloramphenicol 8b + - + - -

Acetoin - - - - +

Citrate + + + + +

Tyrosine - - - - -

Lecithinase - - - - +

pH of medium <6 <6 <6 <6 >6

Enzymatic reactions

Hemolysis - + - + +

Catalase + + + + +

Hydrolysis of urea ± ± ± ± -

API test. Ability to metabolize:

Glycerol + + + - ND

N-acetylglucosamina + + + + ND

a + Growth, − no growth, ± little growth
b Antibiotic concentrations expressed in μg/ml
c Not determined
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to the reference strain, where the LC50 was some three orders
of magnitude higher at 1×1010 spores/ml. Field-collected C.
pipiens larvae, however, exhibited a lower or comparable
sensitivity to these strains with LC50 values of 1×108 for
C207 and 9.9×108 for L. fusiformis K7865 (Table 2).

Culex apicinus larvae showed similar susceptibilities to
the bacterial strains isolated and their reference strains; the
LC50 for C107 and SPH 88 were 2.1×106 and 3.1×106

spores/ml, respectively, and about 107 spores/ml for C207
and K7865 (Table 2). By contrast, C. dolosus larvae
exhibited a higher mortality upon exposure to C107 or to
SPH 88, with resulting LC50 values of 2.6×105 and 8.2×
103 spores/ml, respectively. This mosquito species, however,
evinced a lower susceptibility to strain C207 as well as to
strain K7865, with the LC50 for both being in the order of
108 spores/ml (Table 2).

Aedes aegypti larvae showed susceptibility neither to
isolates C107 and C207 nor to strain SPH 88. Ochlerotatus
albifasciatus, however, was equally sensitive to C107 and
to SPH 88—the LC50 for both strains was in the order of
1×107 spores/ml—but exhibited differing sensitivities to
C207 and K7865 at respective LC50 values of 3.4×106 and
2.8×109 spores/ml (Table 2). The susceptibility of Anopheles
albitarsis to the reference strains SPH 88 and K7865 was so
low that the LC50 values could not be calculated. When,
however, third instar larvae were exposed to strains C107
and C207, the respective LC50s obtained were 6.6×106 and
1.4×107 spores/ml (Table 2).

Discussion

In this study we isolated the strains C107 and C207 with
mosquitocidal activity. The strain C107 was toxic to all
species of Culex tested, with C. pipiens being the most
highly susceptible of the species tested. These results are
similar to those of Wraight et al. (1987) for L. sphaericus
strains and different target species of Culex.

Strain C207 exhibited lower toxicity for the Culex species
than did strain C107; but O. albifasciatus proved a more
susceptible host species to C207, exhibiting an LC50 of 3.4×
106 spores/ml upon infection with that strain. Although L.
sphaericus had been reported as nontoxic for the genus
Ochlerotatus (Federici et al. 2006, 2007), several studies with
different strains of L. sphaericus had indicated toxicity to
species of this genus (Wraight et al. 1987; Park et al. 2008).

The isolates C107 and C207 did not produce mortality in
any Aedes aegypti larvae.

Federici et al. (2006, 2007) regarded L. sphaericus as a
toxic species against Anopheles immature stages, but the
bacterial strains we isolated and investigated showed only a
low toxicity for A. albitarsis at an LC50 of 6.6×10

7 spores/
ml for C107 and 1.4×109 spores/ml for C207.

Strain C307 had no mosquitocidal activity and therefore
was not studied genetically. The taxonomic status of this
strain was determined using morphological and biochemi-
cal techniques. We speculated that this strain had been
isolated after secondary infection of the C. pipiens larvae

Fig. 2 Representative 1%
agarose-gel electrophoresis of
nucleic-acid-amplification
products from Lysinibacillus
sphaericus with the following
primers: a BSN3/BSN4, b
BSN1/BSN2, c BS3/BS4, d
BS1/BS2, e 100.1/100.2. Lanes:
MW 1Kd molecular weight
DNA ladder (10,000–250 bp),
1 C107, 2 C207, 3 K7865, 4
SPH8, 5 2362
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because the species that the strain most resembled is a
saprophytic bacterium found commonly in soil as an
opportunistic pathogen.

The toxicity of L. sphaericus against immature stages of
mosquitos results from the expression of the binary toxins
(41.9 and 51.4 kDa) encoded by the binA and binB genes,
which are loci expressed at the start of sporulation. The
presence of both gene products comprising this toxin is
necessary to produce mortality in mosquito larvae (Broadwell
et al. 1990; Thanabalu et al. 1992; Davidson 1990). Another
toxin of 100 kDa, called Mtx, is present in L. sphaericus
strains of both low and high toxicity. According to
Thanabalu et al. (1991), the presence of the mtx genes does

not per se confer toxicity to this bacterial strain against
mosquito larvae. Therefore, the low toxicity in certain
strains could result from either low expression or short-
lived stability of the binary toxins during sporulation.
The presence of the genes that encode the binary toxin
and the Mtx protein has been proved in the strains C107
and C207, and the presence of the two gene products
were similar to those of the reference L. sphaericus
strains 2362 and SPH 88.

This work thus suggests that there is no direct
relationship between the presence of the bin and mtx genes
within the L. sphaericus strains and phenotype of the latter
with respect to mosquito toxicity and host range.

Table 2 Lethal concentration 50 (LC50) values for strains C107 and C207 expressed in spores/ml against third-instar larva of different mosquito
species. The data were analyzed with Pearson Chi-square goodness on probit model (α=0.05)

Mosquito species Bacterial strain Intercept Slope LC50 (spores/ml) X2 (df) P

Culex pipiens (laboratory specimens) Strain C107 2.633 0.51±2.19×10-2 4.4×104 (1.2×104-1.4×105) 17.77 (6) 0.006

Strain C207 2.82 0.31±1.9×10-2 1.03×107 (2.3×105-1.1×108) 20.87 (5) 0.001

L. sphaericus SPH 88 1.47 0.56±2.3×10-2 1.1×105 (7.5×10 5 -5.4×106) 7.00 (3) 0.071

L. fusiformis K7865 3.1 0.19±1.59×10-2 1.5×1010 (6.1×108-1.6×1014) 12.16 (4) 0.016

Culex apicinus Strain C107 2.81 0.35±1.6×10-2 2.1×106 (7.3×105-7.2×106) 28.36 (4) 1.054-05

Strain C207 2.82 0.31±2.3×10-2 2.4×1010 (4.8×109-2.4×1011) 2.4 (2) 0.301

L. sphaericus SPH 88 2.59 0.36±3.01×10-2 3.1×106 (1.9×106-5.4×106) 0.64 (3) 0.887

L. fusiformis K7865 2.17 0.26±3.7×10-2 4.3×1010 (3.7×109-2.3×1012) 1.57 (4) 0.814

Culex dolosus Strain C107 2.56 0.45±4.16×10-2 2.6×105 (1.4×105-4.6×105) 1.443 (4) 0.837

Strain C207 1.97 0.37±3.72×10-2 1.5×108 (1.0×108 -2.4×10 8) 3.55 (5) 0.615

L.. sphaericus SPH 88 3.7 0.33±2.8×10-2 8.2×103 (3.2×103 – 1.8×104) 3.58 (6) 0.733

L. fusiformis K7865 3.46 0.19±2.48×10-2 1.1×108 (4.6×107- 3.2×108) 1.1 (6) 0.981

Aedes aegypti (laboratory specimens) Strain C107 NCa NC NC NC NC

Strain C207 NC NC NC NC NC

L. sphaericus SPH 88 NC NC NC NC NC

L. fusiformis K7865 NC NC NC NC NC

Anopheles albitarsis Strain C107 1.89 0.34±1.2×10-2 6.6×106 (2.4×106-3.1×107) 21.1(4) 1.14-04

Strain C207 2.03 0.32±0.11 1.4×109 (3.5×108- 2.4×1010) 2.27 (3) 0.518

L. sphaericus SPH 88 1.49 0.19±7.10-2 NC 0.2 (3) 0.977

B. fusiformis K7865 1.61 0.14±8.6×10-2 NC 0.12 (3) 0.989

Ochlerotatus albifasciatus Strain C107 2.99 0.18±2.9×10-2 7.7×107 (2.1×107- 2.4×109) 3.32 (5) 0.651

Strain C207 2.47 0.39±3.33×10-2 3.4×106 (2.2×106-5.2×106) 2.65 (4) 0.618

L. sphaericus SPH 88 1.58 0.48±4.43×10-2 1.07×107 (4.8×106-2.5×107) 3.3 (4) 0.509

L. fusiformis K7865 2.55 0.26±3.5×10-2 2.8×109 (6.0×108-2.8×1010) 3.87 (5) 0.568

Aedes aegypti (field) Strain C107 NC NC NC NC NC

Strain C207 NC NC NC NC NC

L. sphaericus SPH 88 NC NC NC NC NC

L. fusiformis K7865 NC NC NC NC NC

Culex pipiens (field) Strain C107 2.69 0.45±3.5×10-2 1.12×105 (4.5×104-2.7×105) 5.97 (5) 0.309

Strain C207 2.35 0.29±4.1×10-2 1.108 (4.1×107-3.7×108) 0.79 (4) 0.939

L. sphaericus SPH 88 3.3 0.41±3.1×10-2 1.2×105 (6.9×104-2×105) 2.24 (6) 0.896

L. fusiformis K7865 2.28 0.7±4×10-2 9.1×109 (1.4×109-3.2×1011) 1.63 (4) 0.803

a Not calculated
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A classic feature used in the description of the L.
sphaericus species is the inability to use pentoses and
hexoses as the sole carbon source as a result of the absence
of the pgi genes encoding enzymes for degrading and
transporting those sugars (Hu et al. 2008). Nevertheless, in
some L. sphaericus strains, we did observe the ability to
metabolize N-acetylglucosamine. In addition, the presence of
glucose carriers, 6-phosphofructokinase activity, enzymes
involved in metabolism of those compounds, and operons
responsible for their transport within the bacterial genome
have been verified with different strains of L. sphaericus
(Logan and Berkley 1984; Alice et al. 2003; Hu et al. 2008).
These observations would argue for a reassessment of this
character as having taxonomic and physiological relevance.

The biochemical profile of fermentation of various sugars
within the API test indicates that the strains C107 and C207,
along with the reference strain, L. sphaericus 2362, are able
to ferment N-acetylglucosamine and glycerol. This ability
suggests the existence of variability among L. sphaericus
strains as an adaptation to survival in the environment.

16S rRNA gene sequencing provides, in many instances,
useful information at the species level. Because of the high
16S rRNA gene similarity, DNA–DNA hybridization should
be useful to elucidate taxonomic positions (Stackebrandt and
Goebel 1994). In this work, the BLASTN method was not
precise enough to differentiate among closely related
species. Therefore, we performed a phylogenetic analysis
including the sequences of the isolated bacterial strains.

The study of 16S rRNA gene sequences by Nakamura
(2000) indicated that the L. sphaericus species, sensu lato, is
a heterogeneous taxon formed by seven groups. This author
admits that the divisions between groups 1 (strains with
mosquitocidal activity) and 2 (L. fusiformis) have not been
borne out statistically. Accordingly, on the basis of their
biochemical, morphologic, and genetic features, strains
belonging to groups 1 and 2 should be considered as
members of the same group or species. According to
Nakamura (2000), our phylogenetic analysis indicates that
strains C107 and C207 are both closely related to the L.
sphaericus group, although the cytomorphology, host range,
and some physiological and biochemical features suggest the
existence of variability between these two bacterial strains.

The high larval toxicity found in some L. sphaericus
strains, such as 2362 (Weiser 1984) and IAB59 (de Barjac
et al. 1988), has led to the commercial use of these strains
as biopesticides against populations of mosquitos. Never-
theless, because of the variability found among the L.
sphaericus strains and the specific mechanism of action of
the binary toxins, we concluded that a search for new L.
sphaericus strains of high mosquitocidal activity that were,
moreover, ecologically adapted to the environment had
become necessary. The strains isolated and identified in this
study thus represent good candidates for use in the control

of mosquito-breeding sites within an environment to which
both the host and the parasite are equally well adapted.

Acknowledgments CONICET (Buenos Aires, Argentina - PIP
6055) and C.I.C. (Comisión de Investigaciones Científicas de la
Provincia de Buenos Aires) partially supported this study. M.C.T.
holds a doctoral fellowship from CONICET, Argentina. We thank Dr.
Donald F. Haggerty, a retired career investigator and native English
speaker, for editing the final version of the manuscript.

References

Aguilar MO, López MV, Ricillo PM (2001) The diversity of rhizobia
nodulating beans in North-west Argentina as a source of more
efficient inoculant strains. J Biotechnol 91:181–188

Ahmed I, Yokota A, Yamazoe A, Fujiwara T (2007) Proposal of
Lysinibacillus boronitolerans gen. nov. sp. nov., and transfer of
Bacillus fusiformis to Lysinibacillus sphaericus comb. nov. Int J
Syst Evol Microbiol 57:1117–1125

Alice AF, Gaspar PM, Carmenm SR (2003) Phosphoenolpyruvate
phosphotrasferase system and N-acetylglucosamine metabolism
in Bacillus sphaericus. Microbiology 149:1687–1698

Altschul SF, Madden TL, Schäffer AA, Zhang J, Zhang Z, Miller W,
Lipman DJ (1997) Gapped BLAST and PSI-BLAST: a new
generation of protein database search programs. Nucleic Acids
Res 25(17):3389–3402

Baumann P, Clark MA, Baumann L, Broadwell AH (1991) Bacillus
sphaericus as a mosquito pathogen: properties of the organism
and its toxins. Microbiol Rev 55:425–436

Broadwell AH, Baumann L, Baumann P (1990) The 42- and 51-
kilodalton mosquitocidal proteins of Bacillus sphaericus 2362:
construction of recombinants with enhanced expression and in vivo
studies of processing and toxicity. J Bacteriol 172(5):2217–2223

Charles J-F, Nielsen-LeRoux C, Delécluse A (1996) Bacillus
sphaericus toxins: molecular biology and mode of action. Annu
Rev Entomol 41:451–472

Chi H (1997) Computer program for the probit analysis. National
Chung Hsing University, Taichung

Darsie RF (1985) Mosquitoes of Argentina. Part I. Keys for
identification of adult females and fourth stages larvae in English
and Spanish (Diptera: Culicidae). Mosq Syst 17:153–253

Davidson EW, Oei C, Meyer M, Bieber AL, Hindley J, Berry C
(1990)Interaction of the Bacillus sphaericus mosquito larvicidal
proteins.Can J Microbiol 36: 870–878

de Barjac H, Thiery I, Cosmao-Dumanoir V, Frachon E, Laurent P,
Charles JF, Hamon S, Ofori J (1988) Another Bacillus sphaericus
serotype harbouring strains very toxic to mosquito larvae:
serotype H6. Ann Inst Pasteur Microbiol 139(3):363–377

Días JMCS, Gomes Monnerat R, Silva-Werneck JO (1992). Aulas
prácticas de bacteriología. In: Segundo curso de Controle
Microbiano de Insetos. Brasilia. Brasil. pp 23

Federici BA, Park H-W, Sakano Y (2006) Insecticidal protein crystals
of Bacillus thuringiensis. In: Shively JM (ed) Microbiology
monographs series, Volume I. Inclusions in Prokaryotes. Springer,
Berlin, pp 195–236

Federici BA, Park HW, Bideschi DK, Wirth MC, Johson JJ, Sakano Y,
Tang M (2007) Developing recombinant bacteria for control of
mosquito larvae. In: Floore TG (ed) Biorational control of
mosquitoes, vol 7. American Mosquito Control Association,
pp 164–175

Felsenstein J (1985) Confidence limits on phylogenies: an approach
using the bootstrap. Evolution 39:783–791

Ann Microbiol (2011) 61:575–584 583

Author's personal copy



From C, Pukall R, Schumann P, Hormazábal V, Granum PE (2005)
Toxin-producing ability among Bacillus spp. outside the Bacillus
cereus group. Appl Environ Microbiol 71(3):1178–1183

Hall TA (1999) BioEdit: a user-friendly biological sequence alignment
editor and analysis program for Windows 95/98/NT. Nucleic
Acids Symp Ser 41:95–98

Hu X, Fan W, Han B, Liu H, Zheng D, Li Q, Dong W, Yan J, Gao M,
Berry C, Yuan Z (2008) Complete genome sequence of the
mosquitocidal bacterium Bacillus sphaericus C3-41 and compar-
ison with those of closely related Bacillus species. J Bacteriol
190(8):2892–2902

Kimura M (1980) A simple method for estimating evolutionary rates
of base substitution through comparative studies of nucleotide
sequence. J Mol Evol 16:111–120

Lacey LA (2007) Bacillus thuringiensis serovariety israelensis and
Bacillus sphaericus for mosquito control. In: Floore TG (ed)
Biorational control of mosquitoes, Bull. Nº 7. J Am Mosq
Control Assoc 23(2):133–163

Lacey LA, Brooks WM (1997) Initial handling and diagnosis of
diseased insect. In: Lacey LA (ed) Manual of techniques in insect
pathology. Academic, San Diego, pp 1–12

Lane J (1953) Neotropical Culicidae. Faculdade de Saúde Pública da
Universidade de São Paulo 2:633–729

Lane DJ (1991) 16S-23S rRNA sequencing. In: Stackebrandt E,
Goodfellow M (eds) Nucleic acid in bacterial systematics. Wiley,
Chichester, pp 125–175

Logan NA, Berkeley RC (1984) Identification of Bacillus Strains
using the API system. J Gen Microbiol 130:1871–1882

Logan NA, Berkeley RC (2000) International Committee on Systematic
Bacteriology Subcommittee on the taxonomy of genus Bacillus
and related organisms. Int J Syst Evol Microbiol 50:1409

Mulla MS, Darwazeh HA, Davidson EW, Dulmage HT (1984)
Efficacy and persistence of the microbial agent Bacillus
sphaericus againts mosquito larvae in organically enriched
habitats. Mosq News 44:166–173

Nakamura LK (2000) Phylogeny of Bacillus sphaericus-like organ-
isms. Int J Syst Evol Microbiol 50:1715–1722

Otsuki K, Guaycurús TV, Vicente AC (1997) Bacillus sphaericus
entomocidal potencial determined by Polymerase chain reac-
tion. 1997. Mem Inst Oswaldo Cruz 92(1):107–108

Park HW, Hayes SR, Mágnum CM (2008) Distribution of mosquito-
cidal Bacillus thuringiensis and Bacillus sphaericus from
sediment samples in Florida. J Asia-Pacific Entomol 11:217–220

Porter AG, Davidson EW, Liu J-W (1993) Mosquitocidal toxins of
bacilli and their genetic manipulation for effective biological
control of mosquitoes. Microbiol Rev 57:838–861

Priest FG, Ebdrup L, Zahner V, Carter P (1997) Distribution and
characterization of mosquitocidal toxin genes in some strains

of Bacillus sphaericus. Appl Environ Microbiol 63:1195–
1198

Saitou N, Nei M (1987) The neighbor-joining method: a new method
for reconstructing phylogenetic trees. Mol Biol Evol 4:406–425

Siegel JP, Smith AR, Novak RJ (2001) Recovery of commercially
produced Bacillus thuringiensis var. Israelensis and Bacillus
sphaericus from tires and prevalence of bacilli in artificial and
natural containers. J Am Mosq Control Assoc 17:33–41

Stackebrandt E, Goebel BM (1994) Taxonomic note: a place for
DNA-DNA reassociation and 16S rRNA sequence analysis in the
present species definition in bacteriology. Int J Syst Bacteriol
44:846–849

Swofford DL (2003) PAUP* 4.00: Phylogenetic Analysis Using
Parsimony (*and Other Methods). Sinauer, Sunderland, MA

Thanabalu T, Hindley J, Jackson-Yap J, Berry C (1991) Cloning,
sequencing, and expression of a gene encoding a 100-kilodalton
mosquitocidal toxin from Bacillus sphaericus SSII-1. J Bacteriol
173(9):2776–2785

Thanabalu T, Hindley J, Berry C (1992) Proteolytic processing of the
mosquitocidal toxin from Bacillus sphaericus SSII-1. J Bacteriol
174(15):5051–5056

Thiery I, Frachon E (1997) Identification, isolation, culture and
preservation of entomopathogenic bacteria. In: Lacey LA (ed)
Manual of techniques in insect pathology. Academic, New York,
pp 55–90

Thompson JD, Higgins DG, Gibson TJ (1994) CLUSTALW: improving
the sensitivity of progressive multiple sequence alignment through
sequence weighting, positionspecific gap penalties and weight
matrix choice. Nucleic Acids Res 22:4673–4680

Weisburg W, Barns S, Pelletier D, Lane J (1991) 16S Ribosomal DNA
amplification for phylogenetic study. J Bacteriol 173(2):697–703

Weiser J (1984) A mosquito-virulent bacillus sphaericus in adult
Simulium damnosum from northem Nigeria. Zentralbl Microbiol
139:57–60

Woodburn MA, Yousten AA, Hilu KH (1995) Random amplified
polymorphic DNA fingerprinting of mosquito-pathogenic and
nonpathogenic strains of Bacillus sphaericus. Int J Syst Bacteriol
45:212–217

Wraight SP, Molloy DP, Singer S (1987) Studies on the culicine mosquito
host range of Bacillus sphaericus and Bacillus thuringiensis var.
Israelensis with Notes on the Effects of temperature and instar on
bacterial efficacy. J Invertebr Pathol 49:291–302

Xu BZ, Becker N, Xianqui X, Ludwig HW (1992) Microbial control
of malaria vectors in Hubei Province, People’sRepublic of China.
Bull Soc Vect Ecol 17:140–149

Yousten AA, Fretz SB, Jelley SA (1985) Selective medium for
mosquito-pathogenic strains of Bacillus sphaericus. Appl Envi-
ron Microbiol 49:1532–1533

584 Ann Microbiol (2011) 61:575–584

Author's personal copy


	Isolation,...
	Abstract
	Introduction
	Materials and methods
	Lysinibacillus sphaericus strain
	Collection of mosquito larvae
	Isolation of bacterial strains colonizing mosquito larvae
	Phenotypic characterization
	DNA preparation
	Sequencing of the 16S rRNA gene
	Sequence analysis
	Screening for the presence of L. sphaericus toxin genes by PCR
	Biological characterization: host range

	Results
	Isolation of bacteria from infected larvae and their phenotypic characterization
	16S rRNA gene sequence analysis 
	Screening for the presence of L. sphaericus toxin genes
	Biological characterization: host range

	Discussion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /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 false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /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 <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. 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 best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /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 /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


