Ebaid et al. Lipids in Health and Disease 2012, 11:93
http://www.lipidworld.com/content/11/1/93

e ® LIPIDS IN HEALTH
o AND DISEASE

RESEARCH Open Access

Bioactivity of Samsum ant (Pachycondyla
sennadrensis) venom against lipopolysaccharides
through antioxidant and upregulation of Akt

signaling in rats

Hossam Ebaid'*", Mohamed Al-Khalifa', Ahmed M Isa® and Saad Gadoa'

Abstract

lipopolysaccharides (LPS).

Background: This study aimed at investigating the oxidative stress ameliorating effect, lipids profile restoration, and
the anti-inflammatory effect of Samsum Ant Venom (SAV) in induced endotoxemic male rats, injected with bacterial

Results: Results revealed that LPS significantly increased the oxidative stress indications in LPS-injected rats. A
significant increase of both malondialdehyde (MDA), and advanced oxidative protein products (AOPP), as well as a
significant suppression of glutathione were all detected. Treatment with 100 ug/kg dose of SAV significantly
restored the oxidative stress normal indications and increased the total glutathione levels. Treatment of the LPS-rats
with 100 pg/kg dose of SAV showed a clear anti-inflammatory function; as the histological architecture of the
hepatic tissue was partially recovered, along with a valuable decrease in the leukocytes infiltrated the hepatic
tissues. Treatment of some rat groups with 600 pg/kg dose of SAV after LPS injection induced a severe
endotoxemia that resulted in very high mortality rates. SAV versus the effects of LPS on AKT1, Fas, TNF-a and IFN-y
mMRNA expression. SAV was found to significantly lower Fas gene expression comparing to the LPS group and
restore the level of IFN-y mRNA expression to that of the control group.

Conclusion: In conclusion, SAV, at the dose of 100 ug/kg body weight, maintained and restored the oxidative
stability, the anti-inflammatory, and the hypolipidemic bioactivity in rats after induced disruption of these
parameters by LPS injection. This improvement by SAV was mediated by upregulation of AKTT.

Keywords: AKT1, Samsum ant venom, Oxidative stress, Anti-inflammatory, Lipopolysaccharides

Background

Most ant species are partially herbivorous, feeding on
pollen, extrafloral nectar and food bodies, or are consid-
ered “cryptic herbivores” when they attend sap-sucking
hemipterans for their honeydew [1]. Secretions used both
defensively and offensively are particularly potent [2]. Tox-
icity tests which have been conducted on five Crematoga-
ster species have shown a repellent activity of the venoms
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of C. scutellaris [3], C. sp. prox. Abstinens [4], C. distans
[5],C. brevispinosa rochai [6], and other ants.

In Australia, allergy to Myrmecia pilosula venom is
common, and Venom immunotherapy is a highly effect-
ive treatment [7]. Collingwood reported Samsum ant
(Pachycondyla sennaarensis) for the first time in Saudi
Arabia in 1985 [8]. Since that time, there have been fur-
ther reports on their distribution [9].

Alsharani et al.. [10] presented series of cases of aller-
gic reactions following insect stings, caused by the black
samsum ant (Pachycondyla sennaarensis). Reactions ran-
ged from mild allergic reactions to severe anaphylactic
shock. They indicated that ant stings were a significant
public health hazard in Saudi Arabia, and reported that
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physicians in the Middle East and Asia need to be aware
of ant stings as a cause of severe allergic reactions.

Sting of order Hymenoptera can cause reactions ran-
ging from mild local reaction with painful erythromatous
swelling to severe life-threading anaphylaxis, as reported
by Potier et al. [11], while Al-Shahwan et al. [9] con-
firmed the anaphylaxis effect of P. sennaarensis in Saudi
Arabia.

Some reports proved that ant venom possesses many
pharmacological effects as reducing inflammation, re-
lieving pain, inhibiting tumor growth, proving the im-
munological function, liver protection, and hepatitis
treatment [12]. It was confirmed that the Samsum ants,
Polyrhachis lamellidens venom exert a potent analgesic
and anti-inflammatory action on mice models [13]. SAV
has anti-inflammatory effects against xylene-induced
dermal inflammation and swelling in the mice ear-skin
test [14]. In addition, the anti-tumor effect of SAV was
examined on the growth arrest/apoptosis induction of
MCE-7 cells as well as its ability to alter the insulin-like
growth factor-1 (IGF-1) mediated breast cancer cell pro-
liferation and to detect the underlying mechanisms [15].
Their data revealed a unique anti-tumor effect of the
venom, which can be a new approach that enhances im-
munogenicity, suppresses cell proliferation, and
increases apoptosis of cancer cells.

The potential role of SAV in diseases treatment in vivo
needs further intensive investigation. In the present
work, we investigated the anti-oxidant, the anti-
inflammatory and the hypolipidemic bioactivities of this
promising ant venom, after induction of acute bacterial
endotoximic septic shock in rat models.

Methods

Experimental Animals

Sixty adult rats weighing 80-100 g were obtained from
the faculty of pharmacy, king Saud University, Saudi
Arabia. The animals were then housed in stainless steel
wire cages (5 animals/ cage), under pathogen-free condi-
tions. All animal procedures were in accordance with
the standards set forth in the guidelines for the care and
use of experimental animals by the Committee for Pur-
pose of Supervision of Experiments on Animals
(CPCSEA), and the National Institutes of Health (NIH)
protocol. The Animal Ethics Committee of the Zoology
Department, College of Science, King Saud University,
approved the study protocol. Animals were maintained
at 18-22 °C on a 12:12 hr light/dark cycle, and were pro-
vided with food and water ad libitum.

Dissection of the venom gland, sepsis model and
treatment with SAV

The sting apparatus was removed by grabbing the last
segment of the abdomen and detaching it with the sting
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apparatus. The venom gland was pinched out and placed
in a small tube [16]. Glands were homogenized, and
then centrifuged at 1000 rpm for 2 min. and the super-
natant was collected.

Rats were divided into six groups, ten rats each. The
first was the untreated negative control group. Rats of
the second (LPS group), third (LPS+100 SAV), and
fourth (LPS+600 SAV) groups had intra-peritoneal in-
jection with the lipopolysaccharide (LPS) at a single dose
of 2.5 mg/kg. The third and fourth groups were further
treated with SAV at doses of 100 and 600 pg/kg, respect-
ively. The fifth (100-SAV) and the sixth (600-SAV) were
the positive control groups that were treated, also daily
for one week, with only SAV, at doses of 100 and
600 pg/kg, respectively. A dose of 10 ul/mouse was pre-
viously applied by Dkhil et al. [14]. In this study, we ap-
plied several doses from the freshly prepared crude
venom and doses which exhibit significant changes were
chosen, diluted with 250 pl PBS and injected via the
intraperitoneal route.

Blood samples, plasma and liver

Animals were anesthetized with pentobarbital (60 mg/kg
body weight) and samples (blood and liver tissues) were
obtained at the end of the experiment. A part of the liver
was stored at —80 °C for PCR analysis. Whole blood was
drawn from the abdominal aorta. Half of the obtained
blood was used to evaluate the complete blood picture
and the differential count of the white blood cells.

Glutathione activity associated with endotoxemia and
SAV bioactivity

A glutathione (GSH) assay was carried out on the tissue
samples according to Clark et al. [17]. Briefly, liver of
the tested animals were removed and gently rinsed in
physiological saline (0.9% NaCl). Fresh weights were
recorded and the organs were frozen at —20 °C until
used. A 10% (w/v) homogenate of each frozen tissue was
prepared and the supernatant was used for oxidative
stress evaluations. The resulting supernatant was boiled
to deactivate and precipitate other proteins, but this did
not alter GSH levels. GSH concentrations were then
measured by adding 100 pl of boiled supernatant to
400 ul PBS. GSH concentrations were then determined
by measuring the absorbance (OD) of the reaction after
1 min at 340 nm using a UV Visible Spectrometer
(Ultrospec 2000, Pharmacia Biotech). GSH standards
were measured concurrently to obtain a standard curve
that was used to calculate GSH concentrations in sam-
ples. Results were expressed as pg GSH/g tissue. Statis-
tical comparisons of GSH activities between controls
and treatments in each case were performed using the
Minitab statistical program as detailed below.
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Determination of lipid peroxidation

Endogenous lipid peroxidation in tissues homogenates
was estimated spectrophotometrically following the
method described by Okhawa et al. [18] and expressed
in nano-moles of malondialdehyde (MDA) per milliliter
homogenate (nmole/ml). Tissues were homogenized as
described above for the glutathione method. An aliquot
of 0.5 ml of the resulting supernatant was shaken with
2.5 ml of 20% trichloroacetic acid (TCA). To the result-
ing mixture, 1 ml of 0.67% thiobarbituric acid (TBA)
was added, shaken, and warmed for 30 min in a boiling
water bath, and followed immediately by rapid cooling
in ice for 5 min. After cooling, 4 ml of n-butyl-alcohol
was added and the sample was shaken well. The result-
ing mixture was then centrifuged at 16,000 x g for 5 min.
The resultant n-butyl-alcohol layer was transferred to a
separate tube and MDA content was determined spec-
trophotometrically at 535 nm using a UV Visible Spec-
trometer (Ultrospec 2000, Pharmacia Biotech).

Determination of advanced oxidation protein products
(AOPP)

AOPP levels were determined according to the method
of Kayali et al. [19]. Briefly, 0.4 ml of pancreatic super-
natant was treated with 0.8 ml phosphate buffer (0.1 M;
pH 7.4). After 2 min, 0.1 ml 1.16 M potassium iodide
(KI) was added to the tube followed by 0.2 ml of acetic
acid. The absorbance of the reaction mixture was imme-
diately recorded at 340 nm. The concentration of AOPP
for each sample was calculated using the extinction coef-
ficient of 261 c¢cm_ 1 mM_1 and the results were
expressed as nmol/mg protein.

Plasma lipids profile and liver enzymes

Lipids profiles were determined colorimetrically with
BioMerieux kits and a standard assay method. Choles-
terol levels were evaluated using the cholesterol esterase
method [20]. Liver enzymes (ALP, GOT, GPT, GGT)
were measured using commercial kits (Labtest Diagnos-
tica, Brazil) according to the manufacturer’s instructions.

Histological sections

Liver parts were collected from the sacrificed control
and different treated rats groups. Tissues were fixed in
Bouin’s fixative, processed into paraffin, and 4 microm-
eter thick sections were prepared. Sections were stained
with Haematoxylin and Eosin (H&E) for general histo-
logical architecture. In each group, many sections from
different rats were investigated and the clear and com-
mon changes were photographed. Only sections from
two rats of LPS+600 SAV group were considered be-
cause the rest did not survive the experiment to the end.
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RNA extraction and cDNA synthesis

Total RNA from liver tissues homogenate was isolated
using TRIzol reagent (Invitrogen®). The isolation was per-
formed according to the manufacturer's instructions and
quantified by measuring the absorbance at 260 nm; the
RNA quality was determined by measuring the 260/ 280
ratio. The ¢cDNA synthesis was performed using the High-
Capacity cDNA reverse transcription kit (Applied Biosys-
tems ™), according to the manufacturer's instructions. 1.5 pug
of total RNA from each sample was added to a mixture of
2.0 pl of 10x reverse transcriptase buffer, 0.8 pl of 25x
dNTP mix (100 mM), 2.0 pl of 10x reverse transcriptase
random primers, 1.0 pl of MultiScribe reverse transcriptase,
and 3.2 pl of nuclease-free water. The final reaction mixture
was kept at 25 °C for 10 min, heated to 37 °C for 120 min,
heated for 85 °C for 5 s, and then cooled to 4 °C.

Quantification of mRNA expression by real-time
polymerase chain reaction (RT-PCR)

Quantitative analysis of mRNA expression of target
genes was performed by RT-PCR. ¢cDNA from the above
preparation was subjected to PCR amplification using
96-well optical reaction plates in the ABI Prism 7500
System (Applied Biosystems®). The 25-pl reaction mix-
ture contained 0.1 pl of 10 pM forward primer and
0.1 pl of 10 pM reverse primer (40 uM final concentra-
tion of each primer), 12.5 pl of SYBR Green Universal
Mastermix, 11.05 pl of nuclease-free water, and 1.25 pl
of cDNA sample. The primers used in the current study
were chosen from pubmed.com. The RT-PCR data was
analyzed using the relative gene expression method, as
described in Applied Biosystems® User Bulletin No. 2.
The data are presented as the fold change in gene ex-
pression normalized to the endogenous reference gene
and relative to a calibrator.

Statistical analysis

Statistical analysis was done using MINITAB software
(MINITAB, State College, PA, Version 13.1, 2002). Treat-
ment of the fourth group with SAV at dose of 600 pg/kg
after LPS resulted in very high mortality rates. Thus, this
group was excluded from all statistical analysis and pre-
sented data. Data from experiments were first tested for
normality using Anderson Darling test, and for variances
homogeneity prior to any further statistical analysis. Data
were normally distributed, and variances were homoge-
neous, thus, One-way ANOVA was used to determine
overall effects of treatments followed by individual com-
parison using Tukey’s Pairwise comparison.

Results

Mortality rate in different animal groups

Induction of acute endotoxemia in rats with LPS
(2.5 mg/kg) synergistically with 600 pg/kg dose of SAV
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(LPS +600 SAV) caused 80% mortality (Table 1). On
contrary, no morphological changes were observed in
the rest of all groups; only normal life activity was
observed with them all.

Effects of SAV versus LPS on oxidative stress

Because free radicals are the culprits in the pathophysio-
logical processes, we monitor oxidative stress in different
treatments of this study. We found a significant increase
in the endotoxemia-induced oxidative stress in terms of
the levels of MDA and AOPP in two groups, the LPS-
only-treated group, and the 600 ug/kg SAV-only-treated
group. Levels of MDA were 2-fold and 1.5-fold in the
LPS-only and 600 pg/kg SAV-only groups, respectively
(Figure 1). AOPP levels were 1.5-fold and approximately
2-fold in the LPS-only and the 600 ug/kg SAV-only
groups, respectively, in relation to the control group. On
the other hand, SAV in the LPS + 100 SAV group signifi-
cantly restored the oxidative stress (in terms of MDA
and AOPP levels) to the normal control levels. The anti-
oxidant glutathione levels were significantly suppressed
in LPS-only-treated group followed by a significant res-
toration of its level in the SAV 100 pg/kg- treated group
(Figure 1).

Effects of SAV versus LPS on mRNA expression of AKT1,
Fas, IFN-y and TNF-a

Control of the redox environment of the cell provides
for additional regulation in relation to critical cellular
signal transduction pathways [21]. Thus, we expected
that AKT1, Fas, IFN-y and TNF-a mRNA expression
will be regulated by oxidative stress. LPS was found to
significantly elevate each of AKT1, Fas and IFN-y
mRNA expression comparing to the control group.
However, LPS significantly suppressed gene expression
of TNF-a. Interestingly SAV versus the effects of LPS on
these genes. SAV was found to significantly lower both
AKT1 and Fas mRNA expression in LPS+100 SAV
group comparing to the LPS-only group, although both
genes were significantly higher expressed than those of
the control group. In addition, SAV was found to par-
tially and completely restore the levels of TNF-a and
IEN-y mRNA expression in LPS+ 100 SAV group to
those of the control group (Figure 2). 100 SAV-rats
revealed a normal levels of AKT1 and TNF-a with

Table 1 Mortality in different studied groups resulted
from the LPS challenge and the effect of SAV

Control LPS LPS+100 LPS+600 100 600

SAV SAV  SAV SAV
Number 10 10 10 10 10 10
Mortality 0 1 0 8 0 0
Mortality% 0 10 0 80 0 0
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significantly higher mRNA expression of Fas and IFN-y.
600 SAV-rats showed significant upregulation of all
studied mRNA expression. Remarkably, IFN-y mRNA
expression in 100 SAV-only group was significantly ele-
vated indicating that SAV increased the polyfunctional T
cells (IFN- y- and IL-2-producing cells that exhibit a
high proliferation capacity).

Effects of LPS and SAV on blood picture

Results of blood parameters revealed that bacterial LPS-
induced acute septic shock resulted in a significant de-
crease in the count of RBC, blood platelets and lympho-
cytes (Table 2). It also caused a significant increase of
the total WBC and neutrophil counts. On the other
hand, results showed clearly that the SAV-reactivity in
LPS + 100 SAV group was directed against the inflamma-
tory bio-reactivity of the endotoxic LPS since, a decrease
in the total and differential leukocytic count, in particu-
lar lymphocyte count, was significantly observed as
represented in Table 2.

Hypolipidemic effect of SAV

Blood lipid level is a significant indicator on the ability of
liver to uptake different lipid derevatives. LPS, in the LPS-
only-treated group, was found to significantly (P < 0.05)
elevate the level of cholesterol in plasma to 4-fold that
of the control group. SAYV, in the LPS + 100 SAV group,
significantly restored 50% of the control cholesterol
levels. In addition, SAV remarkably restored the trigly-
ceride levels to the control levels, after they were signifi-
cantly elevated by LPS in the LPS-only-treated group.
On the other hand, in 600 SAV group, SAV significantly
(P < 0.05) increased the level of both cholesterol and tri-
glycerides with 1.5-fold and 4-fold, respectively, com-
pared to that of the control group (Figure 3).

Hepatic histopathological and physiological

investigations

Examination of the liver sections from LPS-treated
groups showed intense hepatic tissue damage. Liver lost
its characteristic architecture compared to the control
group since inflammatory cellular infiltration was abun-
dant around the central vein (Figure 4). In addition, the
cytoplasm of the hepatocytes was characterized by having
coarse, pink, darkly stained granules and few vacuoles.
SAV treatment, in the LPS + 100 SAV group, significantly
restored the hepatic tissue features, where the boundaries
between hepatocytes were clear with non-vacuolated
cytoplasm and normally appeared nuclei. In addition,
SAV reduced the number of infiltrated inflammatory
cells and remarkably increased the Kuppfers cells in the
hepatic tissues. On the other hand, sections taken from
the only two rats of LPS + 600 SAV-group (mortality in
this group was 80 were mainly characterized with
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Figure 1 Changes of lipid peroxidation (Malondialdehyde, MDA), Advanced oxidation protein products (AOPP) and total glutathione
levels. MDA and AOPP levels were found to be significantly higher in the LPS—treated and 600 pg/kg SAV-treated groups than in control group.
SAV was found to significantly restore the oxidative stress in LPS+ 100 SAV group. Glutathione level was significantly suppressed in LPS-treated
group followed by a restoration effect after treatment with SAV in 100 pg/kg SAV group. Values are expressed as the means + standard errors.

* shows statistically significant differences at P < 0.05 from the control and # shows statistically significant differences at P < 0.05 between any
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hyperplasia and fragmentation of the chromatin material
of hepatocytes. Furthermore, the high dose of SAV at
600 pg/kg body weight (the positive control, group num-
ber six) caused vacuole-formation in the hepatocytes
cytoplasm and a hemorrhage with brown hemosiderin
granules (Figure 4).

Liver enzymes (ALP, GOT, GPT), in the LPS-only-
treated group, recorded highly significant levels, 1.5-fold,
2.5-fold, and 4-fold the control values, respectively. SAV
supplementation (LPS+100 SAV group) significantly
restored these values to their control counterparts
(Figure 5). Surprisingly, SAV supplementation, when
taken alone at either dose, did not record any significant
changes of the liver enzyme levels. In contrast, GGT, as
a marker of liver fibrosis and cirrhosis, was significantly
affected by most treatments in all studied groups. Unlike
the other liver enzymes (ALP, GOT, GPT), LPS signifi-
cantly suppressed the GGT enzyme which appeared in a
very low value compared to the control. However, the
SAV supplementation, in LPS+100 SAV group, did

partially restore the GGT value to the normal level
(Figure 5).

Discussion

This study investigated the oxidative stress, blood lipid-
profile and the anti-inflammatory effects of SAV in male
rats. The low dose (100 pg/kg body weight), but not the
high dose (600 pg/kg body weight), of SAV significantly
ameliorated the damage effects of LPS via the anti-
oxidant and the anti-inflammatory bioactivities. Thera-
peutic efficacy of the ant Polyrhachis lamellidens venom
was confirmed. It was reported to exert potent analgesic
and anti-inflammatory actions in the treatment of vari-
ous inflammatory disorders [13]. In addition, many stud-
ies proved that different ant venoms possess many
pharmacological effects as reducing inflammation, re-
lieving pain, inhibiting tumor growth, proving the im-
munological function, and for liver protection and
treatment against hepatitis [12]. Many active substances
such as citral, ATP, histamine, growth hormone,
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testosterone, and superoxide dismutase characterize the
ants’ venom [13]. Ants share some common proteins in
venoms, but each group appears to have a number of
poss0069bly unique components. Further proteomic
studies should expand and clarify our knowledge of
these fascinating animals [22]. Phenol-2, 4-bis (1,1

Table 2 Changes in blood parameters caused by LPS
challenge and SAV treatment

Control LPS LPS+100 100 SAV 600 SAV
SAV
RBC X10° /mm? 6+03 5£06* 42+09* 52+09 58%04
PCV% 33£25 38+£37*% 34+33 3929 41£37F
Hb mg/100 mg 133+0.7 127+06 11.2+05 129+£05 13703

Platelet x10°/mm® 9412  6+07% 12429  8+101* 67+09*
WBC x10%/mm?  97+108 12+1.1% 68+05% 10+£098 11.8+1.2%
Neut. x10°/mm> 15+041 35+08* 22+023* 27+05% 32+05*
Lymph. x10°/mm?® 84078 64+08* 38+02* 5+051* 6+07*

Values are expressed as the means + standard errors. * shows statistically
significant differences at P < 0.05 from the control. RBC: Red blood cells; PCV:
Packed cell volume; Hb: Hemoglobin; WBC: White blood cell; Neut.: Neutrophil;
Lymph.: Lymphocytes.

dimethylethyl) and trimethyl pyrazine are the main vola-
tile components of the venom gland of Samsum ants
[16].

Here, we found that the concentration of MAD and
AOQOPP, which are a significant index of oxidative stress,
were elevated in LPS-only-treated rats [23]. The increase
of the free radicals resulted in high levels of MAD and
AOPP as was proved in our study [24]. This result was
confirmed with the intense tissue damage in the liver
sections, since the liver lost its characteristic architecture
and inflammatory cellular infiltration was abundant
around the central vein which in turn, lead to a liver
dysfunction. These results are in accordance with those
previously obtained [25]. It was clear that liver enzymes
were significantly high in LPS-only-treated group. The
antioxidant glutathione, which could scavenge these free
radicals, was very low in LPS-only-treated group. There-
fore, LPS induced an oxidative imbalance, as previously
found [26]. It was found that LPS increased MDA, and
nitric oxide and thus, organ damage [27]. Therefore,
complications recorded in this study were caused by the
actions of free radicals which damaged cellular compo-
nents such as lipids, proteins and DNA ([28]. Thus,
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Figure 3 Triglycerides and total cholesterol changes resulted
by the LPS challenge and treatment of SAV in serum. Values are
expressed as the means + standard errors. * shows statistically
significant differences at P < 0.05 from the control and # shows
statistically significant differences at P < 0.05 between any group

comparing to the LPS group.

oxidative stress is a potential cause of the different tissue
damage and the impairment of different physiological
and biochemical activities in the body.

Our data revealed that SAV improved endotoxic com-
plications because it significantly decreased the elevated
levels of MAD and AOPP. Oxidative stability was evi-
dent with the markedly elevated glutathione level after
treatment with the low dose of SAV. In accordance, a
hepatic tissue improvement along with normal liver
functions was observed in this group. It was confirmed
that the SAV exert a potent analgesic [13], anti-
inflammatory [14] and anti-tumor effects [15]. Solenop-
sin A, a venom alkaloid from the fire ant Solenopsis
invicta, exhibits antimicrobial activity against gram-
positive bacteria [29]. The antimicrobial, insecticidal,
and hemolytic properties of peptides isolated from the
venom of the predatory ant Pachycondyla goeldii, a
member of the subfamily Ponerinae, were proved [30].
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ROS is needed to upregulate NF-«B which in turn is
required for the induction of pro-inflammatory cyto-
kines, such as IL-1f3, TNF-a and IL-6 [31]. Although we
did not address NF-«kB level in the present study, oxida-
tive stability induced by SAV may mediate the downre-
gulation of NF-«kB, leading to the suppression of the
inflammatory cascade and the low level of TNF-a as was
found in the current study. TNF-a is a key mediator of
immune and inflammatory responses, and it controls the
expression of the inflammatory gene network. Overpro-
duction of TNF-a contributes significantly to the patho-
logical complications observed in many inflammatory
diseases. For example, pro-inflammatory cytokines can
increase the risk of schizophrenia [32]. Thus, supple-
mentation with SAV has broad anti-inflammatory effects
and attenuates allergic inflammation in LPS-treated rats
in the current study. Similarly, the anti-inflammatory
thymoquinone inhibited the transport of NF-kB from
the cytosol to the nucleus [33]. Overproduction of pro-
inflammatory cytokines is likely to contribute to mani-
festation of the systemic inflammatory response, and
hence the development of organ failure [34]. This clearly
explains the hepatic tissue damage and dysfunction in
the LPS-treated group in this study. On the other hand,
blocking the production of these cytokines has improved
hemodynamic performance and the sequential organ
functions. Thus, in the present work, the amelioration
effect of the hepatic tissues by SAV seemed to be
mediated by the blocking of the pro-inflammatory cyto-
kines through inhibition of NF-«B.

Fas is a type I membrane receptor belonging to a
member of the TNF-receptor superfamily. Activation
of Fas by Fas ligand induces apoptosis via activation of
the caspase cascade [35]. It was found that Fas engage-
ment with Fas ligand induced activation of Akt and
upregulation of endothelial nitric oxide synthase ex-
pression without induction of apoptosis [36]. Similarly,
here we found that upregulation of Fas induced activa-
tion of Aktl in LPS-only group. The upregulation of
AKT1 was markedly elevated by SAV through Fas sig-
naling in LPS + 100 SAV group as well. Restoration be-
havior of SAV was also confirmed in the terms of the
partially and completely restoring of TNF-a and IFN-y
mRNA expression to the normal levels, respectively.
An Aktl-dependent pathway contributes to the full ac-
tivation of IFN-stimulated genes by relieving their re-
pression by EMSY and BRCA2 ([37]. Similar data
established that Akt activity is essential for upregula-
tion of key IFN-a- and IFN-y-inducible proteins, which
have important functional consequences in the induc-
tion of IFN responses [38]. In addition, retrovirus-
mediated expression of activated Akt in primary T
cells from CD28-deficient mice is capable of selectively
restoring production of IL-2 and IFN-y [39].
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in the 600 SAV group (F; H&E X400).

Figure 4 Histological features of a representative liver section from control animal group (A; H&E X200). A representative section from
LPS-treated group showing the increased vacuolation (B; H&E X400). SAV showed a remarkable improvement in the histological architecture of
LPS+100 SAV group (C; H&E X400). Liver sections from LPS+600 SAV group showing an inflammatory hyperplasia with a fragmentation in the
chromatin materials (D; H&E X400). Vacoulations with hemorrhage and dilation in the central veins were detected in liver sections from 600 SAV
group (E; H&E X1000). Fragmentation of the chromatin and hemorrhage with hemosiderin granules and dilation in the central veins were noted

Akt is critical for cell survival triggered by growth fac-
tors, extracellular matrix, and other stimuli [40]. It is
proved in this work that activation and upregulation of
AKT1 was accompanied with a significant decrease of
lymphocyte percentage in the peripheral blood. Proper
regulation of T cell death is of vital importance for the
function of the immune system. The death of activated
peripheral T cells is crucial for processes such as down-
modulation of immune responses after clearance of in-
fectious agents (LPS), peripheral tolerance, and mainten-
ance of immune-privileged sites. These processes are
largely proceeding due to the enhanced susceptibility of
activated T cells to spontaneous, activation-, and Fas-
induced apoptosis [41].

Upregulation of AKT1 by SAV was accompanied with
improvement of liver histological architecture and func-
tions, blood level of lipids and oxidative stability. SAV sig-
nificantly decreased the elevated levels of cholesterol,
triglycerides and the inflammatory indicators. A signifi-
cant increase in arterial elasticity index, a significant im-
provement in glucose and lipid metabolism, and a
significant increase in HDL-cholesterol were also observed
in patients who treated with antioxidants [42]. Addition-
ally, the beneficial effect of antioxidant supplementation

on LDL oxidation has been demonstrated [43]. This was
clear in the improvement of the hepatic tissues histological
structure restoration induced by the 100 pg/kg dose of
SAYV, which successfully ameliorated the inflammatory ac-
tion of LPS. On contrary, increasing the dose of SAV to
600 pg/kg synergistically with LPS, had negatively
impacted the rats, both physiologically and histo-
pathologically, that resulted in the high mortality rate
recorded in this group. This suggestion was logically
accepted when we found that the dose of 600 pg/kg with-
out LPS caused a high oxidative stress with clear hepatic
tissue damages.

In conclusion, this study proved anti-oxidant and anti-
inflammatory bioactivities of SAV at the dose of 100 pg/
kg body weight. Therefore, SAV can be considered as
having a new property of enhancing immunogenicity
in vivo. Data suggests that SAV is capable of alleviating
LPS-induced oxidative stress and tissue damage. Al-
though, significant reductions in the number of the in-
flammatory cellular infiltration in liver were proved in
this study, overcoming the detailed regulatory mechan-
isms underlying these events are needed. It is proved in
this study that Fas signaling regulates generation and ac-
tivation of the survival signal, Aktl. Thus, Fas may be a
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Figure 5 Liver enzymes (ALP, GOT, GPT, GGT) resulted by the LPS challenge and treatment of SAV in serum Liver enzymes (ALP, GOT,
GPT, GGT) resulted by the LPS challenge and treatment of SAV in serum. Enzymes were found to significantly record high levels in the
LPS-treated group. SAV restores the values of ALP, GOT, GPT in LPS+ 100 SAV group. SAV slightly improved GGT values in LPS+ 100 SAV group.
Values are expressed as the means + standard errors. * shows statistically significant differences at P < 0.05 from the control, and # statistically
significant differences at P < 0.05 between any group comparing to the LPS group.

therapeutic target for SAV in inflammatory pathological
conditions. The chemical constituents and the mechan-
isms responsible for the pharmacological activities are
still yet to be investigated. The approach that we have
described currently needs to be more investigated, to
help finding and confirming the detailed bioactive effects
of the SAV.

Abbreviations

AKTT1: Protein kinase B; AOPP: Advanced oxidation protein products; IFN-

y: Interferon gamma; IL-1: Interleukin-1; GGT: Gamma-glutamyltranspeptidase;
LPS: Lipopolysaccharides; MAD: Lipid peroxidation (Malondialdehyde);

SAV: Samsum ant venom; TNF-a: Tumor necrosis factor-1a.

Competing interests
The authors declare no conflicts of interest.

Acknowledgment
This work is supported by King Saud University, Saudi Arabia, through the
Nobel Laureate collaboration project; number (NLCP-1/2009).

Author details

'Department of Zoology, College of Science, King Saud University, P.O.Box
2455, Riyadh 11451, Saudi Arabia. 2Departmem of OB GYNE, College of
Medicine, King Saud University, P.O.Box 7805, Riyadh 11472, Saudi Arabia.
3Permanent address: Department of Zoology, Faculty of ScienceEl-Minia
University, Minya, Egypt.

Authors’ contributions

HE designed the study, described result changes, prepared figures, drafted
the manuscript and performed the statistical analysis. MA was responsible for
fund support via project no. NLCP-1/2009. Al was responsible for English
writing editing. SG was responsible for animal care and groups. All authors
read and approved the final manuscript.

Received: 24 April 2012 Accepted: 3 July 2012
Published: 23 July 2012

References

1. Bluthgen N, Stork NE, Fiedler K: Bottom-up control and co-occurrence in
complex communities: honeydew and nectar determine a rainforest ant
mosaic. Oikos 2004, 106:344-358.

2. Rifflet A, Tene N, Orivel J, Treilhou M, Dejean A, Vetillard A: Paralyzing
action from a distance in an arboreal African ant species. PLoS One 2011,
6:228571.

3. Marlier JF, Quinet Y, De Biseau JC: Defensive behaviour and biological
activities of the abdominal secretion in the ant Crematogaster scutellaris
(Hymenoptera: Myrmicinae). Behav Proc 2004, 67:427-440.

4. Pasteels JM, Daloze D, Boeve’ JL: Aldehydic contact poisons and
alarm pheromone of the ant Crematogaster scutellaris
(Hymenoptera: Myrmicinae). Enzyme-Mediated Production from
acetate precursors. J Chem Ecol 1989, 15:1501-1511.

5. Leclercq S, de Biseau JC, Braekman JC, Daloze D, Quinet Y:
Furanocembranoid diterpenes as defensive compounds in the Dufour
gland of the ant Crematogaster brevispinosa rochal. Tetrahedron 2000,
56:2037-2042.



Ebaid et al. Lipids in Health and Disease 2012, 11:93
http://www.lipidworld.com/content/11/1/93

20.

21.

22.

23.

24.

25.

26.

27.

28.
29.

30.

Laurent P, Braekman JC, Daloze D: Insect chemical defense. Top Curr
Chemist 2005, 240:167-229.

Wiese MD, Davies NW, Chataway TK, Milne RW, Brown SG, Heddle RJ:
Stability of Myrmecia pilosula (Jack Jumper) Ant venom for use in
immunotherapy. J Pharm Biomed Anal 2011, 54:303-310.

Collingwood CA: Hymenoptera: Fam. Formicidae of Saudi Arabia.Fauna.
Saudi Arabia 1985, 7:230-302.

Al-Shahwan M, Al-Khenaizan S, Al-Khalifa M: Black (samsum) ant induced
anaphylaxis in Saudi Arabia. Saudi med J 2006, 27:1761-1763.

Alsharani M, Alanazi M, Alsalamah M: Black ant stings caused by
Pachycondyla sennaarensis: a significant health hazard. Ann Saudi Med
2009, 29:207-211.

Potier A, Lavigne C, Chappard D, Verret JL, Chevailler A, Nicolie B, Drouet M:
Cutaneous manifestations in Hymenoptera and Diptera anaphylaxis:
relationship with basal serum tryptase. Clin Exp Allergy 2009, 39:717-725.
Wang CP, Wu YL: Study on mechanism underlying the treatment of
rheumatoid arthritis by Keshiling. Zhongguo Zhong Yao Za Zhi 2006,
31:155-158.

Kou J, Ni'Y, Li N, Wang J, Liu L, Jiang ZH: Analgesic and anti-inflammatory
activities of total extract and individual fractions of Chinese medicinal
ants. Polyrhachis lamellidens. Biol Pharm Bull 2005, 28:176-180.

Dkhil M, Abdel-Baki A, Al-Quraishi S, Al-Khalifa M: Anti-inflammatory
activity of the venom from samsumantsPachycondyla sennaarensis. Afr J
Pharm Pharmacol 2010, 4:115-118.

Badr G, Garraud O, Daghestani M, Al-Khalifa MS, Richard Y: Human breast
carcinoma cells are induced to apoptosis by samsum ant venom
through an IGF-1-dependant pathway, PI3K/AKT and ERK signaling. Cell
Immunol 2012, 273:6-10.

Nikbakhtzadeh MR, Tirgari S, Fakoorziba HA: Two volatiles from the
venom gland of the Samsum ant,Pachycondyla Sennaarensis. Toxicon
2009, 54:80-82.

Clark KD, Lu Z, Strand MR: Regulation of melanization by glutathione in
the moth Pseudoplusia includens. Insect Biochem Molecul Biol 2010,
40:460-467.

Okhawa H, Ohishi N, Yagi K: Assay for lipid peroxides in animal tissues by
thiobarbituric acid reaction. Anal Biochem 1979, 95:351-358.

Kayali R, Cakatay U, Akcay T, Altug T: Effect of alpha-lipoic acid
supplementation on markers of protein oxidation in post-mitotic tissues
of ageing rat. Cell Biochem Funct 2006, 24:79-85.

Allain CC, Poon LS, Chan CS, Richmond W, Fu PC: Enzymatic determination
of total serum cholesterol. Clin Chem 1974, 20:470-475.

Crack Peter J, Taylor Juliet M: Reactive oxygen species and the
modulation of stroke Review Article. Free Radic Biol Med 2005,
38:1433-1444.

Hoffman DJ: Early nutrition and adult health: Perspectives for
international and community nutrition programs and policies. Nutr Res
Pract 2010, 4:449-454.

Ebaid H, Ajarem J, Abu Taweel G: Acute Endotoxemia During Gestation
Induces Organ Dysfunction and Tissue Damage in Mouse Offspring.
Pakistan J Zool 2012, 44:765-776.

Ebaid H, Salem A, Sayed A, Metwalli A: Whey protein enhances normal
inflammatory responses during cutaneous wound healing in diabetic
rats. Lipids Health Dis 2011, 10:235.

Ebaid H, Mohamed AD, Danfour MA, Tohamy A, Gabry MS: Piroxicam-
induced hepatic and renal histopathological changes in mice. Lybian J
Medicine 2007, 2:1-16.

Scirocco A, Matarrese P, Petitta C, Cicenia A, Ascione B, Mannironi C,
Ammoscato F, Cardi M, Fanello G, Guarino MP, Malorni W, Severi C:
Exposure of Toll-like receptors 4 to bacterial lipopolysaccharide (LPS)
impairs human colonic smooth muscle cell function. J Cell Physiol 2010,
223(2):442-450.

Yazar E, Er A, Uney K, Bulbul A, Avci GE, Elmas M, Tras B: Effects of drugs
used in endotoxic shock on oxidative stress and organ damage markers.
Free Radic Res 2010, 44:397-402.

Golbidi S, Laher I: Med Sci Monit 2010, 16(1):RA9-RA24.

Kaufmann GF, Sartorio R, Lee SH, et al: Revisiting quorum sensing:
discovery of additional chemical and biological functions for
3-oxo-Nacylhomoserine lactones. Proc Natl Acad Sci USA 2005,
102:309-314.

Orivel J, Redeker V, Le Caer JP, Krier F, Revol-Junelles AM, Longeon A,
Chaffotte A, Dejean A, Rossier J, Ponericins: New antibacterial and

31

32.

33.

34,

35.
36.

37.

38.

39.

40.

42.

43.

Page 10 of 10

insecticidal peptides from the venomof the ant Pachycondyla goeldii.
J Biol Chem 2001, 76:17823-17829.

Lim Y, Levy M, Bray TM: Dietary zinc alters early inflammatory responses
during cutaneous wound healing in weanling CD-1 mice. J Nutr 2004,
134:811-816.

Cheh N, Chipitsyna G, Gong Q, Yeo CJ, Arafat HA: Anti-inflammatory
effects of the Nigella sativa seed extract, thymoquinone, in pancreatic
cancer cells. HPB (Oxford) 2009, 11:373-381.

Kowalski J, Blada P, Kucia K, Madej A, Herman Z: Neuroleptics normalize
increased release of interleukin- 1 beta and tumor necrosis factoralpha
from monocytes in schizophrenia. Schizophr Res 2001, 50:169-175.

Kotb M, Calandra T: Cytokines and Chemokines in Infectious Diseases
Handbook. New Jersey: Humana Press Totowa; 2003.

Nagata S: Apoptosis by death factor. Cell 1997, 88:355-365.

Takemura Y, Keisuke F, Osamu Y, Takahito |, Norio |, Toyohiko Y,

Hidenobu K, Toshimitsu S, Toshio O: Fas Signaling Induces Akt Activation
and Upregulation of Endothelial Nitric Oxide Synthase Expression.
Hypertension 2004, 43:880-884.

Ezell SA, Polytarchou C, Hatziapostolou M, Guo A, Sanidas |, Bihani T,
Comb MJ, Sourvinos G, Tsichlis PN: The protein kinase Akt1 regulates the
interferon response through phosphorylation of the transcriptional
repressor EMSY. Proc Natl Acad Sci USA 2012, 109:E613-E621.

Kaur S, Sassano A, Dolniak B, Joshi S, Majchrzak-Kita B, Baker DP, Hay N,
Fish EN, Platanias LC: Role of the Akt pathway in mRNA translation of
interferon-stimulated genes. Proc Natl Acad Sci USA 2008, 105:4808-4813.
Kane LP, Andres PG, Howland KC, Abbas AK, Weiss A: Akt provides the
CD28 costimulatory signal for up-regulation of IL-2 and IFN-gamma but
not TH2 cytokines. Nat Immunol 2001, 2:37-44.

Kauffmann-Zeh A, Rodriguez-Viciana P, Ulrich E, Gilbert C, Coffer P,
Downward J, Evan G: Suppression of c-Myc-induced apoptosis by Ras
signalling through PI(3)K and PKB. Nature 1997, 385:544-548.

Engedal N: Immune regulator vitamin A and T cell death. Vitam Horm
2011, 86:153-178.

Gomez TS, Hamann MJ, McCarney S, Savoy DN, Lubking CM,

Heldebrant MP, Labno CM, McKean DJ, McNiven MA, Burkhardt JK, Billadeau
DD: Dynamin 2 regulates T cell activation by controlling actin
polymerization at the immunological synapse. Nat Immunol 2005,
6:261-270.

Fuse S, Zhang W, Usherwood EJ: Control of memory CD8+ T cell
differentiation by CD80/CD86-CD28 costimulation and restoration

by IL-2 during the recall response. J Immunol 2008, 180:1148-1157.

doi:10.1186/1476-511X-11-93

Cite this article as: Ebaid et al.: Bioactivity of Samsum ant (Pachycondyla
sennaarensis) venom against lipopolysaccharides through antioxidant
and upregulation of Akt1 signaling in rats. Lipids in Health and Disease

2012 11:93.

( R
Submit your next manuscript to BioMed Central
and take full advantage of:
¢ Convenient online submission
¢ Thorough peer review
* No space constraints or color figure charges
¢ Immediate publication on acceptance
¢ Inclusion in PubMed, CAS, Scopus and Google Scholar
* Research which is freely available for redistribution
Submit your manuscript at ) -
www.biomedcentral.com/submit () BiolVed Central

& J




	Abstract
	Background
	Results
	Conclusion

	Background
	Methods
	Experimental Animals
	Dissection of the venom gland, sepsis model and treatment with SAV
	Blood samples, plasma and liver
	Glutathione activity associated with endotoxemia and SAV bioactivity
	Determination of lipid peroxidation
	Determination of advanced oxidation protein products (AOPP)
	Plasma lipids profile and liver enzymes
	Histological sections
	RNA extraction and cDNA synthesis
	Quantification of mRNA expression by &b_k;real-&e_k;&b_k;time&e_k; polymerase chain reaction (RT-PCR)
	Statistical analysis

	Results
	Mortality rate in different animal groups
	Effects of SAV versus LPS on oxidative stress
	Effects of SAV versus LPS on mRNA expression of AKT1, Fas, &b_k;IFN-&e_k;&b_k;&gamma;&e_k; and &b_k;TNF-&e_k;&b_k;&alpha;&e_k;
	Effects of LPS and SAV on blood picture
	Hypolipidemic effect of SAV
	Hepatic histopathological and physiological investigations

	link_Tab1
	Discussion
	link_Fig1
	link_Fig2
	link_Tab2
	link_Fig3
	link_Fig4
	Competing interests
	Acknowledgment
	Author details
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_Fig5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35
	link_CR36
	link_CR37
	link_CR38
	link_CR39
	link_CR40
	link_CR41
	link_CR42
	link_CR43


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /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 true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice




