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Abstract The biochemical responses of planulae from
the coral Porites astreoides exposed to 10 pg/L  of
benzo(a)pyrene (B(a)P) and to 10 pg/L of mercury (Hg)
was evaluated. The survivorship of larvae only dropped
significantly after 48 h of B(a)P exposure, whereas it
remained at 98% for Hg exposure and up to 96 h. Exposure
to B(a)P significantly increased free thiols, and the activity
of glutathione-S-transferase and catalase were unaltered
under exposure of any of the contaminants. This study is
the first contribution of the biochemical effects in cnidarian
larvae exposed to contaminants.
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Larvae have important roles in the life cycle of marine
invertebrates, as during this phase there are dramatic mor-
phological and physiological changes that lead to the adult
form (Edmunds et al. 2001); and, they constitute the dis-
persion phase of many sessile species. Despite their
importance, data concerning the toxicity of metals and
organic compounds in larvae is scarce (Bellas et al. 2005),
even though it is often assumed that during this phase
organisms are less tolerant than adults to these contaminants.
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Biotransformation as well as antioxidant enzymes are
involved in the response of organisms to contaminants.
Biotransformation enzymes (phase I and II) respond to the
presence of endogenous and exogenous organic compounds,
while antioxidants are generalized stress enzymes that
maintain the balance of free radicals in the cells. Both types
of enzymes have been found in aquatic invertebrates (Liv-
ingstone 2001), and vary in concentration throughout their
life cycle (e.g., Peters and Livingstone 1996). Despite these
findings, the response of early life stages to contaminants is
relatively unknown for many marine invertebrates.

The sensitivity of early development stages to trace
metals has been frequently reported for sea urchins and
bivalves (reviewed in Bellas et al. 2005). In coral larvae,
the effects of metals (Reichelt-Brushett and Harrison 2000)
and organic contaminants (e.g., Epstein et al. 2000) have
been measured using rates of survivorship and settlement.
However, adult scleractinian corals have biotransformation
enzymes such as cytochrome P450 and GST (Gassman and
Kennedy 1992; Garcia et al. 2005) and antioxidative
responses (Yakovleva et al. 2004; Ramos and Garcia
2007). Thus, in this study we examined the tolerance and
biochemical response of larvae of the coral Porites ast-
reoides living in coastal habitats with anthropogenic
development, by using short-term exposure bioassays to an
organic contaminant, benzo(a)pyrene, and to an inorganic
metal, mercury.

Materials and Methods

Colonies of P. astreoides were collected in Cayo Paicla at
National Park Morrocoy, Venezuela (10°48'83"” N,
68°16'16” O) and transported with aeration to the laboratory
within 3 h. Each pair of colonies was setin a 14 L plexiglass
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aquarium (20 x 50 x 30 cm) with aeration. All planulae
released the next day were collected and set in groups of 30
larvae per beaker with 0.7 L of seawater. Seawater was
renewed daily and filtered through fiberglass wool, activated
carbon, a phytoplankton net and Whatman no. 1 filter paper.
Three beakers were used as replicates for each of the fol-
lowing treatments: Control (no contaminant added), Hg
(10 pg Hg/L) and B(a)P (10 pg B(a)P/L), hereafter referred
to as Control, Hg and B(a)P treatments. We select these
concentrations as non-lethals based on previous bioassays
with adult coral colonies (Bastidas and Garcia 2004, Ramos
and Garcia 2007). To obtain these concentrations, we used a
stock solution of 1,000 mg Hg”>™/L and one of 100 mg
B(a)P/L solution, prepared from HgCl, (AnalaR®) and
benzo(a)pyrene (Sigma-Aldrich), respectively. The stock
solutions were administered directly to the beakers at each
seawater renewal (24 h). The beakers were covered
with translucent plastic to minimize water evaporation.
During the bioassay the mean seawater temperature was
27.23 + 0.52°C. Every 24 h, live planulae were counted to
estimate survivorship. At the end of the bioassay (96 h), the
surviving larvae were preserved with 20% glycerol in liquid
nitrogen. The protein extractions were performed with a
0.05 M Tris—HCI buffer (pH 8.6), containing 0.15 M of
NaCl, 0.15 M of sucrose, 1% of Triton X100, 5 mM of (-
mercaptoethanol and a mixture of protease inhibitors
including 1 mM of EDTA, 1 mM of phenylmethylsulfonyl
fluoride, 0.1 mM of iodoacetic acid, 1 mM of benzamidine
HCI, 0.1 mM of chloroquine, 1 pM of pepstatin A and
10 uM of leupeptin. The total protein concentrations were
measured by Bradford (1976) technique, with bovine serum
albumin used as the standard. Total thiols (Total SH) and
free thiols (Free SH) were determined from the Ellman
reaction (Ellman 1959) with DTNB (5,5’-dithiobis-2-nitro-
benzoic acid), registering the absorbance at 412 nm and N-
acetyl cysteine as standard. Proteic thiols (Proteic SH) were
obtained by subtracting the Free SH from Total SH. The
catalase enzymatic activity was measured following Aebi
(1974), with 150 mM of H,0, in 80 mM of potassium
phosphate buffer (pH 7.0). Glutathione-S-transferase (GST)
enzymatic activity was measured following Habig et al.
(1974), with 1 mM of 1-chloro-2,4-dinitrobenzene, 1 mM
of GSH in 0.1 M of potassium phosphate buffer (pH 6.5).
One-way ANOVA analyses were used to evaluate differ-
ences in biochemical variables among treatments, with prior
verification of the normality and homoscedasticity of the
data, using SPSS 12.0.

Results and Discussion

The survivorship of P. astreoides larvae after 96 h expo-
sure to inorganic Hg was significantly higher than that of
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larvae exposed to the same concentration of B(a)P (98% vs.
72%, G-value = 26.07 p < 0.01; Fig. 1). This 1.4-fold
difference in survivorship was even more remarkable
considering that the exposure concentration of Hg is higher
when it is expressed in molar units: 0.049 pM for Hg vs.
0.039 uM for B(a)P. Also, the onset of larvae mortality due
to the contaminant occurred earlier when exposed to B(a)P
(48 h) compared to Hg (72 h).

The survivorship of the larvae exposed to Hg was sim-
ilar to that of larvae in the control treatment. Therefore, for
the larvae of P. astreoides from Morrocoy National Park,
an exposure to 10 pg/L of Hg for 96 h had no toxic effect.
In contrast, in other studies, an equal concentration of Hg
was considered an average EC50 (Median Effective Con-
centration) for bivalve larvae (His et al. 1997) and various
species of decapods had a LC50 (Median Lethal Concen-
tration) below 74 pg/L (Marifio-Balsa et al. 2000). Also,
Hg concentrations below 10 pg/L caused 50% of larval
anomalies in Mytilus edulis and 50% mortality in larvae of
Cancer magister (Martin et al. 1981).

Thus, P. astreoides larvae from Morrocoy exposed to
0.049 uM of Hg (or 10 pg Hg/L) had the largest tolerance
to Hg amongst marine invertebrates reported up to now.
Damiens et al. (2006) suggested that larvae born from
adults living in contaminated environments could be less
sensitive to pollution than those from parents of less con-
taminated environments. This could help to explain the
higher tolerance of P. astreoides larvae in this study, as the
parental colonies were collected from a relatively con-
taminated environment, where sediments had from 5.40 up
to 184.60 ng Hg/kg and waters had a mean of 0.40 pg/L.
Also, the incubation of P. astreoides larvae could con-
tribute to a higher tolerance, given that they are more
mature when released in comparison to larvae with
planktonic development. However, the relative importance
of different stages of life cycle and pre-exposure of
organisms is unclear and could vary according to the nature
of the xenobiotic (Weis 2002).
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Fig. 1 Survivorship rate (%) of P. astreoides larvae after 96 h of
exposure to Hg and B(a)P. Error bars represent standard deviation
from the mean
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Various components of the system of enzymatic bio-
transformation (such as Cytocrome P450) related to the
toxicity of B(a)P have been reported for different phyla of
aquatic invertebrates (Solé and Livingstone 2005) but only
for adults. Also, the effect of other organic compounds
such as insecticides, organometallic antifoulants and sur-
factants, has been studied in embryos and larvae of marine
invertebrates (Bellas et al. 2005). To the best of our
knowledge, there has been only one laboratory assay
published with B(a)P in adult cnidaria (the anemone Bun-
odosoma cavernata; Winston et al. 1998), and the toxicity
of this compound for larval stages in cnidarians has not
been reported. Therefore, we were unable to compare any
further our results of B(a)P exposure in the lab with larvae
of other marine invertebrate species.

The total content of proteins in larvae of P. astreoides
was similar among treatments (control: 242.96 + 113.25,
Hg: 190.73 £ 61.77 and B(a)P: 155.03 £ 52.16 pg/mL,;
p = 0.452). Also, catalase (CAT) activity was unaltered in
the presence of these two contaminants compared to the
control (Control: 8.26 & 4.10; B(a)P: 7.30 £ 2.53; and
Hg: 12.16 £ 4.50 pmol/min/mg protein; p = 0.324). This
was consistent to the lack of change in CAT activity found
by Quiniou et al. (2007) for larvae of Crassostrea gigas
when comparing sites with different degrees of contami-
nation. However, the response of CAT activity is highly
variable for organic and inorganic contaminants. For
example, our results contrasted with (1) a decrease in the
CAT activity of the gastropod Achatina fulica exposed to
0.5 mg/L of Cd and 1 mg/L of Zn (Chandran et al. 2005);
and (2) its increase in Crassostrea angulata in response to
8 ng/L Cu and 21 pg/L. Zn (Funes et al. 2006).

CAT activity obtained in larvae of P. astreoides was 10-
fold higher than in adult colonies exposed to the same
concentration of Hg (1.54 &+ 0.66 pmol/min/mg protein,
unpublished data). A decrease of CAT activity in the
course of ageing has been extensively reported for other
marine invertebrates, and this change in enzymatic activity
during development has been attributed to intrinsic changes
in the oxygen consumption during the lifetime of organ-
isms (e.g., Correia et al. 2003).

In P. astreoides larvae, GST activity was similar
between Hg exposed and control larvae (control: 0.33 £
0.15, Hg: 0.64 £ 0.43 pmol/min/mg protein, p = 0.213).
On the other hand, with B(a)P exposure, the GST activity
was only detected in one out of three replicates, each of
them with 30 larvae (1.56 pmol/min/mg protein). Thus,
although GST activity was 5-fold higher in that replicate
than in controls, there is no statistical analysis associated to
this effect of B(a)P exposure. The altered values of GST in
coral larvae suggest a perturbation of the redox status
induced by chemical exposure, in concordance with the
increased GST activity found in other marine invertebrates

in the presence of metals (Funes et al. 2006) and B(a)P
(e.g., Cheung et al. 2004).

Mean activity of GST for control larvae in this study
was 3-30 times higher than that reported for adult colonies
of the corals of Favia fragum (0.015 £ 0.008 pmol/min/
mg protein; Gassman and Kennedy 1992); Sideras-
trea siderea and Montastraea faveolata (0.011 £ 0.059
and 0.107 £ 0.535 pmol/min/mg protein respectively;
Ramos and Garcia 2007). In P. astreoides, mean GST
activity in larvae was 3.5 times higher than in adult colo-
nies exposed both to 10 pg Hg/L (0.64 £ 0.43 vs.
0.18 £ 0.15 pmol/min/mg protein, unpublished data).
Thus, GST activity in the coral P. astreoides is greater in
larvae than in adults; and similarly high values have been
found for the larvae of C. gigas (Quiniou et al. 2007).

The exposure of P. astreoides larvae to 0.049 uM of
inorganic Hg did not change significantly its thiol content
(Fig. 2). Similarly, glutathione (GSH) metabolism, related
to the thiol content, was unaltered with the exposure of the
mussel Mytilus galloprovincialis to 0.2 tM of inorganic
Hg (Canesi et al. 1999). However, the exposure of P. ast-
reoides larvae to B(a)P increased significantly its content
of Free SH (Fig. 2A). The latter is an indirect measure of
GSH, which is involved in the regulation of many redox-
sensitive processes (Drogue 2002). Under oxidative stress
conditions, the concentration of GSH frequently increases
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Fig. 2 Thiol concentration per larvae (nmol SH/larvae) after 96 h of
exposure to Hg and B(a)P. (A) Free thiols (Free SH). (B) Proteic
thiols (Proteic SH). Bars show mean and error bars represent standard
deviation. p-value for one way ANOVA. Different letters indicate
significant differences (Test LSD, p < 0.05)
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due to its synthesis de novo as demonstrated in the fish
Carassius auratus exposed to heat (e.g., Lushchak and
Bagnyukova 2006). In the bivalve Perna viridis, exposure
to B(a)P and Aroclor 1254 for 18 days, increased the GSH
concentration indicating that this tripeptide is one of the
first antioxidant defenses against xenobiotics (Cheung
et al. 2004). Thus, the increased thiol content in larvae of
P. astreoides suggests a response to the oxidative stress
caused by exposure to B(a)P.

In this study we report for the first time the presence of
biochemical markers in cnidarian larvae exposed to con-
taminants. Specifically, we showed both enzymatic and
nonenzymatic antioxidant responses in larvae of the coral
P. astreoides. The variability of these responses could be
related to the type of contaminant, as P. astreoides larvae
showed higher survivorship when exposed to mercury than
to B(a)P. Also, we observed in these larvae (1) an increased
Free SH content in response to B(a)P, and (2) higher CAT
and GST activities than in adult corals. The high level of
enzymatic activity found in larvae of P. astreoides sug-
gests that this early life stage has defense mechanisms
against organic and inorganic compounds, as adults do.
However, it remains unknown how this enzymatic activity
relates to the tolerance of cnidarian larvae and adults
against contaminants.

Acknowledgments We would like to thank INTECMAR (Instituto
de Tecnologia y Ciencias Marinas, USB) for the use of its logistic
facilities; M. Barbosa and A. Ostapovitch for laboratory and field
assistance; and L. Marquez, C. Lodeiros, H. Guzman and F. Osborn
for critically reviewing this manuscript. This work was supported by
Project No. G-2001000599 of FONACIT (Fondo Nacional de Ciencia
y Tecnologia). Comments from two anonymous reviewers greatly
improved a previous version of this manuscript.

References

Aebi H (1974) Catalase. In: Bergmayer HU (ed) Methods of
enzymatic analysis. Academic Press, New York, p 673

Bastidas C, Garcia E (2004) Sublethal effects of mercury and its
distribution in the coral Porites astreoides. Mar Ecol Prog Ser
267:133-143. doi:10.3354/meps267133

Bellas J, Beiras R, Marifio-Balsa JC, Fernandez N (2005) Toxicity of
organic compounds to marine invertebrate embryos and larvae: a
comparison between the sea urchin embryogenesis bioassay and
alternative test species. Ecotoxicology 14:337-353. doi:
10.1007/s10646-004-6370-y

Bradford M (1976) A rapid and sensitive method for the quantitation
of microgram quantities of protein utilizing the principle of
protein—dye binding. Anal Biochem 72:248-254. doi:10.1016/
0003-2697(76)90527-3

Canesi L, Viarengo A, Leonzio C, Filippelli M, Gallo G (1999)
Heavy metals and glutathione metabolism in mussel tissues.
Aquat Toxicol 46:67-76. doi:10.1016/S0166-445X(98)00116-7

Chandran R, Sivakumar AA, Mohandass S, Aruchami M (2005)
Effect of cadmium and zinc on antioxidant enzyme activity in
the gastropod, Achatina fulica. Comp Biochem Phys 140C:422—
426. doi:10.1016/j.cca.2005.04.007

@ Springer

Cheung CCC, Siu WHL, Richardson BJ, De Luca-Abbott SB, Lam
PKS (2004) Antioxidant responses to benzo[a]pyrene and
Aroclor 1254 exposure in the green-lipped mussel, Perna viridis.
Environ Pollut 128:393-403. doi:10.1016/j.envpol.2003.09.010

Correia AD, Costa MH, Luis OJ, Livingstone DR (2003) Age-related
changes in antioxidant enzyme activities, fatty acid composition
and lipid peroxidation in whole body Gammarus locusta (Crus-
tacea: Amphipoda). J Exp Mar Biol Ecol 289:83-101. doi:
10.1016/S0022-0981(03)00040-6

Damiens G, Mouneyrac C, Quiniou F, His E, Gnassia-Barelli M,
Roméo M (2006) Metal bioaccumulation and metallothionein
concentrations in larvae of Crassostrea gigas. Environ Pollut
149:492-499. doi:10.1016/j.envpol.2005.08.006

Drogue W (2002) Free radicals in the physiological control of cell
function. Physiol Rev 82:47-95

Edmunds PJ, Gates RD, Gleason DF (2001) The biology of larvae
from the reef coral Porites astreoides, and their response to
temperature disturbances. Mar Biol 139:981-989. doi:10.1007/
s002270100634

Ellman GL (1959) Tissue sulthydryl groups. Arch Biochem Biophys
82:70-77. doi:10.1016/0003-9861(59)90090-6

Epstein N, Bak RPM, Rinkevich B (2000) Toxicity of third
generation dispersants and dispersed Egyptian crude oil on
Red Sea coral larvae. Mar Pollut Bull 40:497-503. doi:10.1016/
50025-326X(99)00232-5

Funes V, Alhama J, Navas JI, Lopez-Barea J, Peinado J (2006)
Ecotoxicological effects of metal pollution in two mollusc
species from the Spanish South Atlantic littoral. Environ Pollut
139:214-223. doi:10.1016/j.envpol.2005.05.016

Garcia E, Ramos R, Bastidas C (2005) Presence of cytochrome P450
in the Caribbean corals Siderastrea siderea and Montastraea fa-
veolata. Cienc Mar 31:1-8

Gassman NJ, Kennedy CJ (1992) Characterization of cytochrome P-
450 and xenobiotic metabolizing enzyme activities in the
scleractinian coral, Favia fragum. Bull Mar Sci 50:320-330

Habig WH, Pabst MJ, Jakoby WB (1974) Glutathione S-transferases.
The first enzymatic step in mercapturic acid formation. J Biol
Chem 249:7130-7139

His E, Beiras R, Seaman M (1997) A simplification the bivalve
embryogenesis and larval development bioassay method for
water quality assessment. Water Res 31:351-355. doi:
10.1016/S0043-1354(96)00244-8

Livingstone DR (2001) Contaminant-stimulated reactive oxygen species
production and oxidative damage in aquatic organisms. Mar Pollut
Bull 42:656-666. doi:10.1016/S0025-326X(01)00060-1

Lushchak VI, Bagnyukova TV (2006) Temperature increase results in
oxidative stress in goldfish tissues. 2. Antioxidant and associated
enzymes. Comp Biochem Phys 143C:36—41

Marifio-Balsa JC, Poza E, Vazquez E, Beiras R (2000) Comparative
toxicity of dissolved metals to early larval stages of palaemon
serratus, Maja squinado, and Homarus gammarus (Crusta-
cea:Decapoda). Arch Environ Contam Toxicol 39:345-351. doi:
10.1007/s002440010114

Martin M, Osborn SE, Billing P, Glickstein N (1981) Toxicities of ten
metals to Crassostrea gigas and Mpytilus edulis embryos and
Cancer magister larvae. Mar Pollut Bull 12:305-308. doi:
10.1016/0025-326X(81)90081-3

Peters LD, Livingstone DR (1996) Antioxidant enzyme activities in
embryologic and early larval stages of turbot. J Fish Biol
49:986-997. doi:10.1111/j.1095-8649.1996.tb00095.x

Quiniou F, Damiens G, Gnassia-Barelli M, Geffard A, Mouneyrac C,
Budzinski H, Roméo M (2007) Marine water quality assessment
using transplanted oyster larvae. Environ Int 33:27-33. doi:
10.1016/j.envint.2006.06.020

Ramos R, Garcia E (2007) Induction of mixed-function oxigenase
system and antioxidant enzymes in the coral Montastrea faveolata


http://dx.doi.org/10.3354/meps267133
http://dx.doi.org/10.1007/s10646-004-6370-y
http://dx.doi.org/10.1016/0003-2697(76)90527-3
http://dx.doi.org/10.1016/0003-2697(76)90527-3
http://dx.doi.org/10.1016/S0166-445X(98)00116-7
http://dx.doi.org/10.1016/j.cca.2005.04.007
http://dx.doi.org/10.1016/j.envpol.2003.09.010
http://dx.doi.org/10.1016/S0022-0981(03)00040-6
http://dx.doi.org/10.1016/j.envpol.2005.08.006
http://dx.doi.org/10.1007/s002270100634
http://dx.doi.org/10.1007/s002270100634
http://dx.doi.org/10.1016/0003-9861(59)90090-6
http://dx.doi.org/10.1016/S0025-326X(99)00232-5
http://dx.doi.org/10.1016/S0025-326X(99)00232-5
http://dx.doi.org/10.1016/j.envpol.2005.05.016
http://dx.doi.org/10.1016/S0043-1354(96)00244-8
http://dx.doi.org/10.1016/S0025-326X(01)00060-1
http://dx.doi.org/10.1007/s002440010114
http://dx.doi.org/10.1016/0025-326X(81)90081-3
http://dx.doi.org/10.1111/j.1095-8649.1996.tb00095.x
http://dx.doi.org/10.1016/j.envint.2006.06.020

Bull Environ Contam Toxicol

on acute exposure to Benzo(a)pyrene. Comp Biochem Phys
144C:348-355

Reichelt-Brushett AJ, Harrison PL (2000) The effect of copper on the
settlement success of larvae from the scleractinian coral
Acropora tenuis. Mar Pollut Bull 41:385-391. doi:10.1016/
S0025-326X(00)00131-4

Solé M, Livingstone DR (2005) Components of the cytochrome P450-
dependent monooxygenase system and ‘NADPH-independent
benzo[a]pyrene hydrolase’ activity in a wide range of marine
invertebrate species. Comp Biochem Phys 141C:20-31

Weis JS (2002) Tolerance to environmental contaminants in the
mummichog, Fundulus heteroclitus. Hum Ecol Risk Assess
8:933-953. doi:10.1080/1080-700291905756

Winston GW, Mayeaux MH, Heffernan LM (1998) Benzo(a)pyrene
metabolism by the intertidal sea anemone, Bunodosoma cavernata.
Mar Environ Res 45:89-100. doi: 10.1016/S0141-1136(97)00026-3

Yakovleva I, Bhagooli R, Takemura A, Hidaka M (2004) Differential
susceptibility to oxidative stress of two scleractinian corals: role
of antioxidant functioning of mycosporine-glycine. Comp Bio-
chem Phys 139B:721-730

@ Springer


http://dx.doi.org/10.1016/S0025-326X(00)00131-4
http://dx.doi.org/10.1016/S0025-326X(00)00131-4
http://dx.doi.org/10.1080/1080-700291905756
http://dx.doi.org/10.1016/S0141-1136(97)00026-3

	Biochemical Responses of Cnidarian Larvae to Mercury �and Benzo(a)pyrene Exposure
	Abstract
	Materials and Methods
	Results and Discussion
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /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
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /Description <<
    /ENU <>
    /DEU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


