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Effect of host portal and peripheral sera fractions on cell
proliferation of Schistosoma mansoni schistosomules
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Abstract. Schistosomules of Schistosoma mansoni were incubated in medium containing
hamster (highly susceptible host) portal or peripheral venous serum, or rat (poorly susceptible
host) portal or peripheral venous serum or their fractions in the presence of bromodeoxyuridine
(BrdU) in order to determine effects of host sera on cell proliferation. BrdU labeling indices
(BLIs) were significantly increased in the presence of portal (33.05+0.70, p<0.05), but not in
peripheral serum (19.1+0.85, p>0.05) of hamsters, compared to schistosomules cultured in
presence of control medium (18.96+0.66). This stimulatory effect was substantially reproduced
by fraction 4 (31.03+£0.69, p>0.05) separated from hamster portal serum. In contrast, no
significant differences were observed in the BLIs in rat portal or peripheral sera as well as
their fractions when compared to control medium. Taken together, it was concluded that
portal serum of hamster and its fraction which includes a low molecular weight protein (20
kDa) enhanced cell proliferation of S. mansont schistosomules. This could explain the
localization and preference of S. mansoni schistosomules and worms to portal-mesenteric

venous system.

INTRODUCTION

It has been observed that different species of
Schistosoma bear aremarkable predilection
for particular anatomical sites (Cheever,
1965), resulting in complication in specific
organ systems. In man, the preference of
Schistosoma haematobium for the veins of
the urinary system causes inflammation
and fibrosis of the bladder and /or ureters
(Warren, 1978a). Similarly, localization of
Schistosoma mansont and Schistosoma
Japonicum in the human portal-mesenteric
venous system results in colonic and hepatic
granulomatous disease with progressive
hepatic fibrosis that becomes manifest as the
morbid complications of portal hypertension
(Warren, 1978b). It is unclear whether the site
preference of S. mansoni could be dependent
on a constituent of portal blood that is not
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present in the periphery. This might take the
form of a substance that the parasite
recognizes or requires to develop. In this
regard, Wu et al. (1985) showed that portal
serum and its fraction ranging between 2
and 50 kDa stimulate egg deposition of
S. mansoni worms in vitro. The range of
this low molecular weight substances was
larger than would be expected for simple
carbohydrates, amino acids or free fatty
acids absorbed from gastrointestinal tract.
Previous studies showed also that portal
serum of human and hamster (susceptible
hosts) and a 1-560 kDa fraction separated
from human portal sera by ultrafiltration
stimulate cell proliferation of S. mansoni in
vitro (Shaker et al., 1998; Draz, et al., 2008).
Also, mice subjected to partial portal vein
ligation yielded fewer S. mansoni worms
than intact controls, this data support the



concept that aleaky portal system is the main
factor in resistance to reinfection in murine
schistosomiasis (Medeiros & Andrade, 1986).

The purpose of this study was to examine
the effects of whole portal and whole
peripheral sera as well as their fractions of a
highly susceptible host (hamster) and poorly
susceptible host (rat) on cell proliferation of
S. mansoni schistosomules in vitro. This
study could help in identifying the host
stimulating factor(s) which enhance the
maturation of the parasite.

MATERIALS AND METHODS

Collection of portal and peripheral sera
from hamsters and rats

Rats (Rattus norvegicus) were obtained from
the animal house of the National Research
Center, Cairo, Egypt. Golden hamsters
(Mesocricetus auratus) were obtained from
Schistosome Biological Supply Program in
Theodore Bilharz Institute, Cairo, Egypt.
All animals were housed under specific-
pathogen-free conditions in an environ-
mentally controlled room at 22 + 3°C and a
12:12-hr light/dark cycle, with food and water
available ad libitum. All animals received
humane care according to National Institute
of Health (USA) guidelines. Portal and
peripheral blood samples were collected,
after overnight fasting, from 10 hamsters
(body weight 120-180 g) as well as from 10
rats (body weight 110-170 g). Animals were
anesthetized with thiopental diluted with
deionized water to a concentration of
0.5 g/10 ml and administered (100 mg/kg) by
intraperitoneal (i.p.) injection. Portal blood
was obtained by withdrawal into a syringe
via a 20-gauge needle by direct puncture
facing the mesenteric venous bed. About 3-5
ml of portal blood were collected from each
animal. Peripheral blood samples were
obtained from the inferior vena cava from
these animals. Whole blood samples were
allowed to clot, and then they were spun
down at 3,000 rpm for 15 min in a cooling
centrifuge. Portal hamster serum samples
were pooled and the same procedure was
done with peripheral hamster sera and rat
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sera (either portal or peripheral). Sera were
used either immediately or within 2 weeks of
collection after storage at -70°C.

Fractionation of portal and peripheral
sera

Reagent and gel preparation for poly-
acrylamide gel electrophoresis (PAGE) were
based on the manufacturer’s instructions
(Biorad, Richmond, CA, USA), according to
Laemmli buffer system (Laemmli, 1970).
Native polyacrylamide gel electrophoresis
(PAGE) was performed in a vertical slab gel
unit (Mini Protean II, Biorad). Pooled portal
and peripheral sera were fractionated by
native PAGE into four fractions according to
electrophoretic mobility (fraction 1 has the
least mobility while, fraction 4 has the highest
mobility). Method in brief, 200 pl of serum
was run in a stacking gel at 5% acrylamide
concentration and separating gel with 12.5%
acrylamide concentration. The electro-
phoresis of serum samples was run for about
2 hrs at 130 V. The electrode-running buffer
was Tris base (3 g/liter), glycine (14.1 g/liter),
pH 8.3 for both electrophoretic processes as
well as for electroelution. Sodium dodecyl
sulfate (SDS)-PAGE was done with the same
acrylamide concentration but in presence of
SDS. The method described by Merril (1990)
was used for silver staining of the gels. After
running the native gel, a slice (about 2 cm)
was cut vertically along the gel and proteins
were stained with coomassie. The stained gel
slice was aligned with the remainder of the
gel and then gel was divided into four portions
corresponding to the stained proteins and
then excised horizontally. Electroelution was
done for gel slices using electroeluter Model
422 (Biorad, Richmond, CA, USA) according
to manufacturer’s instructions (Fig. 1). Native
PAGE and electroelution was repeated nine
times for each sample and the eluted protein
fractions were pooled for each fraction
separately and were concentrated to the
original volume by dialysis through
membranes (Spectrum Labs, Rancho
Dominguez, California), with a 1-kDa
exclusion limit against polyethylene glycol
20-kDa. SDS-PAGE is applied to an aliquot of
the concentrated eluted serum protein
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Figure 1. A schematic representation of the fractionation of serum samples. Adapted from Sa-Pereira

et al., 2000

fractions followed by silver staining for
molecular weight determination of separated
proteins of each eluted fraction.

Recovery of S. mansoni schistosomula
from the hepatic portal system

Schistosoma mansoni cercariae were shed
from Biomphalaria alexandrina snails, and
hamsters were exposed, using a body
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immersion method (Liang et al., 1987), to
500-1,000 cercariae for recovery of
schistosomes from the hepatic portal system.
Schistosomula were collected by sterile
perfusion from infected golden hamsters 20
days after exposure (Duvall & DeWitt, 1967),
the timing was selected to simulate the
situation shortly after arrival of these
organisms in the portal venous circulation.



Each hamster received the anesthetic-
anticoagulant solution (100 mg/kg thiopental
and 100 units/ml heparin) by i.p. injection.
Animals were dissected to expose internal
viscera. Liver perfusions were accomplished
by passing an 18-gauge needle into the
heart. The portal vein was transected by
scissors close to its entrance to the liver.
Schistosomula were collected in a nylon net
with a mesh grade of 150 pm (Small Parts,
Miramar, Florida) and washed twice with
RPMI 1640 media and once with sterile
culture media. They were kept in sterile
dishes for in vitro cultivation.

Assay for in vitro cell proliferation

Twenty to thirty schistosomules per dish
were incubated at 37°C in the following media
for 2 days: (a) RPMI-1640 medium with
penicillin (100 units/ml) and streptomycin
(0.1 mg/ml) plus 10% fetal calf serum (FCS)
{as negative control medium}; (b) the above
medium + 100 pmol BrdU {as positive control
medium}; (¢) the medium of item (b) + 10%
whole portal hamster serum; (d) the medium
of item (b) + 10% of the fraction 1 of portal
hamster serum. The experiment was also
performed with the other fractions separated
from portal hamster serum (fraction 2, 3,
and 4); (e) the same steps from (c-d) were
performed with peripheral hamster, portal
rat, peripheral rat sera and their fractions.
The worms were fixed in 70% ethanol in
glycine buffer (pH 8.3). The fixed worms
were embedded in paraffin blocks, cut
longitudinally into sections of 5p thick and
stained with anti-BrdU by a BrdU labeling and
detection kit (Roche Company, Mannheim,
Germany). Identical sections were stained

with hematoxylin and eosin, and the BrdU
Labeling Index (BLI) determined according
to the formula:

Number of nuclei stained by anti-BrdU

BLI (%) = x 100
Total number of nuclei stained by hematoxylin

The stained nuclei were counted in a blinded
fashion across the whole worm, and the
minimum number of worms examined in the
sample per time point was six.

Statistical analysis

An unpaired Student’s t-test was used to
determine significant differences between
BLIs in schistosomula cultured in media
containing various sera. In all cases, a P value
<0.05 was selected as the minimal criterion
for statistically significant difference.

RESULTS

In vitro cell proliferation assay for S.
mansoni schistosomules cultured in
media containing hamster portal and
peripheral serum fractions

Table (1) shows the BLIs for 20 day old
schistosomules cultured for 2 days in
media containing various hamster portal
and peripheral serum fractions. The data
revealed that the mean BLI of schistosomules
in control medium (RPMI plus 10% fetal
calf serum) was 18.96 %. However, in whole
hamster portal serum, the BLI of 33.05% was
substantially and significantly greater under
identical conditions. Of interest was the fact
that schistosomules cultured in hamster
portal serum fraction 4 had an almost a high

Table 1. Bromodeoxyuridine labeling indices (BLIs) of 20 day old S. mansoni schistosomules cultured for 2
days in media containing portal and peripheral hamster sera and their fractions

Sera Source RPMI  Whole sera Fraction 1 Fraction 2 Fraction 3 Fraction 4

Portal Mean BLI % 18.96 33.05 18.9 18.83 19.21 31.03

Hamster + S.E. + 0.66 + 0.70 + 0.54 + 0.70 + 0.79 + 0.69
P value P < 0.05 P > 0.05 P > 0.05 P > 0.05 P < 0.05

Peripheral Mean BLI % 18.96 19.1 18.86 18.8 18.99 18.36

Hamster + S.E. + 0.66 + 0.85 + 0.81 + 0.87 + 0.72 + 0.568
P value P > 0.05 P > 0.05 P > 0.05 P > 0.05 P > 0.05
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BLI as whole hamster portal serum, 31.03%.
While fractions 1, 2 and 3 of hamster portal
sera had a BLI of 18.9%, 18.83% and 19.21%
respectively which were not significantly
different from control medium. In presence
of whole hamster peripheral serum, the BLI
of 19.1% was not significantly different from
control medium. The mean BLI % for fractions
1, 2, 3 and 4 of peripheral hamster sera had
a BLI of 18.86%, 18.8%, 18.99% and 18.36%
respectively which were also not
significantly different from control medium.

In vitro cell proliferation assay for S.
mansoni schistosomules cultured in
media containing rat portal and
peripheral serum fractions

Table (2) shows the individual data of the BLI
for 20 day old schistosomules cultured for
2 days in media containing various rat
portal and peripheral serum fractions. The
data revealed that the mean BLI of
schistosomules in control medium (RPMI
plus 10% fetal calf serum) was 18.96%. While,
in presence of whole rat portal serum, the
BLI of 22% was not significantly different
from control medium. The mean BLI% for
fractions 1, 2, 3 and 4 of rat portal sera had
a BLI of 19.07%, 18.97%, 19.2% and 20.915%
respectively which were not significantly
different from control medium. In presence
of whole rat peripheral serum, the BLI of
19.3% was not significantly different from
control medium. The mean BLI% for fractions
1, 2, 3 and 4 of rat peripheral sera had a
BLI of 18.88%, 18.84%, 18.92% and 18.45%
respectively which were also not signifi-
cantly different from control medium.

DISCUSSION

It is not clear whether the migration of
schistosomes to the mesenteric circulation
is mainly due to mechanical factors (trapping
of young re-circulating schistosomules in
the liver) or due to biochemical reasons
(different composition of mesenteric versus
systemic blood). In either case it is likely that
schistosomes have adapted to the special
biochemical environment of the mesenteric
circulation. Experimental evidence for
schistosome adaptation to mesenteric blood
was provided by Wu et al. (1985) and Wu &
Wu (1986) who showed that media containing
portal serum from various mammalian
sources have components that stimulate
S. mansoni oviposition in wvitro. This
phenomenon was observed in the presence
of portal serum from humans and hamsters
(highly susceptible hosts), as well as rats and
rabbits (poorly susceptible hosts), but not in
peripheral serum from any of the studied
hosts. Furthermore, a portal serum fraction
with molecular weight ranged from 2- to 50-
kDa was found to be the most effective one in
stimulating oviposition (Wu et al., 1985).
Moreover, the immunity displayed by mice
with a chronic infection was shown to be an
artifact of a leaky hepatic portal system
(Wilson, 2009), the collateral circulation
probably diverted arriving immature worms
back to the general circulation where they
died as the result of being out of their natural
habitat rather than from immune killing
(Medeiros & Andrade, 1986). It was
concluded that a stimulatory substance(s)
is present in portal serum which stimulate

Table 2. Bromodeoxyuridine labeling indices (BLIs) of 20 day old S. mansoni schistosomules cultured for 2
days in media containing portal and peripheral rat sera and their fractions

Fraction 1  Fraction 2 Fraction 3 Fraction 4

Sera Source RPMI  Whole sera
Portal rat Mean BLI % 18.96 19.3
+S. E. + 0.66 + 0.22
P value P > 0.05
Peripheral Mean BLI % 18.96 19.3
rat + S. E. + 0.66 + 0.70
P value P > 0.05

19.07 18.97 19.2 20.915
+ 0.53 + 0.56 + 0.78 + 0.23

P > 0.05 P > 0.05 P > 0.05 P > 0.05

18.88 18.83 18.92 18.45
+ 0.85 + 0.47 + 0.54 + 0.63

P > 0.05 P > 0.05 P > 0.05 P > 0.05
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oviposition of S. mansoni worms and that
was absent in peripheral serum or in blood
regardless of the susceptibility of animals to
S. mansont infestation. Also, Badr et al.
(1999) reported that bile salts increase the
number of S. mansoni eggs deposited in
vitro monitored for two weeks, they
attributed such finding to the presence of high
concentration of bile salts in portal blood by
5-to 10- times more than systemic blood in
fasting state in human.

Results of the current study demonstrated
a significantly increased cell proliferation of
S. mansoni schistosomules in the presence
of hamster portal serum compared with
peripheral serum. Consistently, it has been
shown that both human and hamster portal
sera stimulated cell proliferation of S.
mansont in vitro (Draz et al., 2008). In an
attempt to better defining the biochemical
factor(s) that may be responsible for the
increased proliferation in portal serum, we
tested the effect of portal and peripheral sera

fractions of both hamster as a highly
susceptible host and rat as a poorly
susceptible host on cell proliferation of S.
mansoni schistosomules. The direct
comparisons of the effects of various serum
components on cell proliferation of
schistosomules indicated that a substantial
proportion of growth stimulatory activity
in portal hamster serum can be attributed
to fraction No. 4 which includes a 20 kDa
protein together with some other high
molecular weight proteins (Fig. 2). The
observed proliferative effect of fraction No.
4 separated from portal hamster serum
was not likely due to the presence of high
molecular weight proteins but it is most
likely due to the presence of low molecular
weight protein (20 kDa) because fractions No.
1, 2, and 3 separated from hamster portal
serum also contain the same high molecular
weight proteins but there was no effect of
these fractions on cell proliferation of S.
mansoni schistosomules. These results
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Figure 2. SDS-PAGE of hamster portal serum fractions
separated by native electrophoresis (PAGE) and
recovered by electroelution. Lane 1: M.Wt Marker (M.Wt
205, 116, 97, 84, 66, 55, 45, 36, 29 and 14.2 kDa), lane 2:
Portal serum fraction No.1, lane 3: Portal serum fraction
No. 2, lane 4: Portal serum fraction No. 3, lane 5: Portal
serum fraction No. 4
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are in agreement with our previous data
done using sera of another susceptible host
(human) which showed that human portal
serum and its fraction ranged from 1- to
50- kDa enhanced cell proliferation of
schistosomules compared with peripheral
serum (Shaker et al., 1998). Consistently, it
has been shown that gene expression
profile of S. japonicum schitosomula
maintained in vitro were significantly
different from those obtained in vivo from
lung tissue or adult worms. This could be
due to the absence of host environmental
factors for schitosomula cultured in vitro
which influence the development of
schistosomes (Chai et al., 2006). In vivo
sourced schistosomes is recommended for
molecular, and biochemical studies, however
schistosomula cultured in vitro in presence
of host serum factors required for maturation
could be also used.

Taken together, it was concluded that a
stimulatory substance or substances for cell
proliferation was present in hamster (highly
susceptible host) portal serum. The
stimulatory effect of portal serum could be
attributed to fraction 4 which includes a
protein of molecular weight (20 kDa). Further
studies are needed to characterize the
stimulatory factor(s) which enhance the
maturation of the parasite, blocking the
activity of this stimulatory factor(s) could
help in curing the disease through prevention
of S. mansoni maturation.

Acknowledgment. This work was supported
by a grant from the National Research Centre,
Egypt (Project No. 7110201). The authors
are in deep gratitude to Dr George Wu and
Dr Catherine Wu, University of Connecticut
Health Centre, USA for their help.

REFERENCES

Badr, S., Mattoccia, L., Moroni, R., Angelico,
M. & Cioli, D. (1999). Effect of bile salts
on oviposition in vitro by Schistosoma
mansoni. Journal of Parasitology 85:
421-423.

636

Chai, M., McManus, D.P,, McInnes, R., Moertel,
L., Tran, M., Loukas, A., Jonesa, M.K.
& Gobert, G.N. (2006). Transcriptome
profiling of lung schistosomula,in vitro
cultured schistosomula and adult
Schistosoma japonicum. Cellular and
Molecular Life Sciences 63(7-8): 919-929.

Cheever, A.W. (1965). A comparative study
of Schistosoma mansoni in mice,
gerbils, multimammate rats and
hamsters. The relation of portal
hypertension to size of hepatic
granulomas. American Journal of
Tropical Medicine and Hygiene 14: 211-
220.

Draz, H., Shaker, Y., Ashour, E., Khattab, H.,
Wu, C. & Wu, G. (2008). Host suscepti-
bility to schistosomes: effect of host sera
on cell proliferation of S. mansoni
schistosomules. Journal of Parasitology
94(6): 1249-1252.

Duvall, R.H. & DeWitt, W.B. (1967). An
improved perfusion technique for
recovering adult schistosmes from
laboratory animals. American Journal
of Tropical Medicine and Hygiene 16(4):
483-486.

Laemmli, U.K. (1970). Cleavage of structural
proteins during the assembly of the head
of bacteriophage T4. Nature 227: 680-
685.

Liang, Y.S., Bruce, J.I. & Boy, D.A. (1987).
Laboratory cultivation of schistosome
vector snails and maintenance of
schistosome life cycles. Proceeding of
First Sino-American Symposium 1: 34-
48.

Medeiros, M.V. & Andrade, Z.A. (1986). The
importance of collateral portal veins for
resistance to schistosomiasis in mice.
Brazilian Journal of Medical and
Biological Research 19(1): 85-88.

Merril, C.R. (1990). Gel-staining techniques
in guide to protein purification. Methods
in Enzymology 182: 477- 487.

Sa-Pereira, P., Duarte, J. & Costa-Ferreira, M.
(2000). Electroelution as a simple and
fast protein purification method: isolation
of an extracellular xylanase from
Bacillus sp. CCMI 966. Enzyme
Microbial Technology 27: 95-99.



Shaker, Y.M., Wu, C.H., El-Shobaki, F.A.,
Ashour, E., Khattab, H.M., Draz, H.M.,
Kamel, R. & Wu, G.Y. (1998). Human
portal serum stimulates cell proliferation
in immature Schistosoma mansoni.
Parasitology 117: 293-299.

Warren, K.S. (1978a). Hepatosplenic
schistosomiasis: a great neglected
disease of the liver. Gut 19: 572-577.

Warren, K.S. (1978b). The pathology,
pathobiology and pathogenesis
schistosomiasis. Nature 273: 609-612.

Wilson, R.A. (2009). The saga of schistosome
migration and attrition. Parasitology
136(12): 1581-1592.

637

Wu, G.Y., Wu, C.H., Dunn, M.A. & Kamel, R.
(1985). Stimulation of Schistosoma
mansoni oviposition ¢n vitro by animal
and human portal serum. American
Journal of Tropical Medicine and
Hygiene 34: 750-775.

Wu, G.Y. & Wu, C.H. (1986). Portal serum
constituents possible determinants for
anatomical localization of Schistosoma
during maturation and reproduction.
Journal of Chemical Ecology 12:1797-
1803.




<<
  /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 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket true
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /CMYK
  /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 true
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue true
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages false
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /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

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. 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 suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [12096.000 3024.000]
>> setpagedevice


