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Abstract: Objective Cyclooxygenase isoenzyme is known to be expressed in different regions of brain, and is mainly used
for the treatment of pain and inflammation. Recently, it is proposed that cyclooxygenase isoenzyme may also play a key role
in the pathophysiology of various brain-related disorders. The present study was aimed to explore the protective effect of
cyclooxygenase inhibitors on stress by using an animal model of chronic stress. Methods The animals were forced to swim
individually for a period of 6 min every day for 15 d. Then, the behavior (locomotor activity, anxiety and memory) and
biochemical (lipid peroxidation, nitrite level, reduced glutathione, and catalase) alterations were assessed. Results Forced
swimming for 15 d caused impaired locomotor activity, anxiety-like behavior and decreased percentage of memory retention,
as compared to naive mice (without chronic fatigue treatment). Biochemical analysis revealed significant increases in lipid
peroxidation and nitrite level, while levels of reduced glutathione and catalase activity were both decreased. Chronic treatment
with naproxen (14 mg/kg, i.p.), rofecoxib (5 mg/kg, i.p.), meloxicam (5 mg/kg, i.p.), nimesulide (5 mg/kg, i.p.) and valdecoxib (10
mg/kg, i.p.) significantly attenuated these behavioral and biochemical (oxidative damage) alterations in chronic-stressed mice.

Conclusion The cyclooxygenase inhibitors could be used in the management of chronic fatigue-like conditions.
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1 Introduction defined symptoms, but undefined causes. The etiology of

o ) chronic stress remains still unclear, although evidence sug-

Stress is triggered by many unexpected environmental, . . . .
) ) 7 ) o gests that biological, psychological, and social factors con-
social or pathological stimuli during the lifetime of an . . -
o ] ) ] tribute to its pathogenesis®®. Recently, several hypotheses
individual, and determines the changes in all of his system. . . .
] ] i have been proposed concerning the underlying pathophysi-

Although acute stress is necessary for survival, chronic and . . e 4
) ] ) ) ological mechanism of chronic fatigue syndrome (CFS)™.
long-lasting stress can be detrimental™). Chronic stress is . . .
] ] ) ] ) Chronic stress has been reported to produce influences in
characterized by persistent fatigue, infection, and rheumato- . .. . . .
i o ] various facets, such as cognitive deficits, anxiety, depression,
logical and neuropsychiatric symptoms'?, and it has affected . . o s
) i o ) neurochemical alterations and oxidative stress™l. Currently,

thousands of people. Chronic stress is a clinical state with . .
CFS treatment is based on the symptoms, being symptom-
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limited success. Although these drugs could attenuate the
stress in patients”), the exact mechanism of how these thera-
pies ameliorate fatigue and other related problems have not
yet been understood. There is, however, some evidence in-
dicating that CFS is accompanied with signs of increased
oxidative stress and inflammation in the peripheral blood,
suggesting the involvement of inducible enzymes cyclo-
oxygenase (COX) and inducible NO synthase (iNOS),
inflammation, and oxidative and nitrosative stress in the patho-
genesis of CFS. CFS further causes an intracellular
inflammation, with increased productions of nuclear factor
kappa beta (NF-kappa beta), COX-2 and iNOS. Thus, mem-
brane fatty acids and functional proteins are damaged, due
to the inflammation, and oxidative and nitrosative stress. A
number of factors can trigger the inflammatory, oxidative and
nitrosative stress pathways, including psychological stress,
strenuous exercise, viral infections, etc. The ‘psychosomatic’
symptoms of CFS are caused by intracellular inflammation
(ache and pain, muscular tension, fatigue, irritability, sadness,
and the subjective feeling of infection), damage caused by
inflammatory and oxidative and nitrosative stress (ache and
pain, muscular tension and fatigue), and gut-derived inflam-
mation (complaints of irritable bowel). Inflammatory path-
ways (monocytic activation) are also detected in somatizing
disorder. Recent studies demonstrate that oxidative stress is
also involved in the pathophysiology of CFS and signifi-
cantly contributes to the clinical symptomst®. The oxidative
stress mechanisms need to be understood in order to design
therapeutic strategies. Chronic stress impairs the biosynthe-
sis of n-3 and n-6 long-chain polyunsaturated fatty acids by
inhibiting the delta-6 desaturation of the precursor essential
fatty acids alpha-linolenic acid and linoleic acid. In turn, this
influences the proper functions of cell membrane, including
cell signaling, and has an adverse effect on the biosynthesis
of eicosanoids from the long-chain polyunsaturated fatty
acids dihomo-a-linolenic acid, arachidonic acid and
eicosapentaenoic acid. Most of these changes are associ-
ated with the increases of inflammatory response and gen-
eration of free radicals!®!'?.,

Recent investigations in our laboratory have shown the

protective effects of various COX inhibitors in epilepsy, drug

addiction, sub acute stress and related disorders!'", sug-
gesting the potential roles of prostaglandin in various
neurodegenerative and neuropsychiatric disorders!'?!. COX
is an enzyme that catalyzes the convertion from arachidonic
acid (a derivative from membrane phospholipids) into
prostaglandins. COX has 3 isoforms, namely COX-1, COX-2
and COX-3. COX-1 is a housekeeping enzyme constitutively
expressed in nearly all the tissues, mediating physiological
responses. COX-2 is often referred to as the inducible isoform
and is expressed during inflammation by macrophages,
monocytes, and synoviocytes. It is responsible for the syn-
thesis of prostanoids involved in cellular processes. COX-3
has been recently discovered as an RNA splicing variant of
COX-1. COX-2 is one of the most important components of
inflammatory response, and its reaction products are
cytotoxic. Although COX-2 is expressed constitutively in
brain, its expression is up-regulated in several neurological
diseases, such as stroke, Alzheimer’s dementia and seizures.
The mechanisms by which COX-2 induces cell damage in-
clude the biosynthesis of prostaglandins, which then gener-
ate free oxygen radicals, resulting in cellular injury. On the
other hand, prostaglandin itself is also responsible for cellu-
lar damage by inducing glutamate release from astrocytes or
by apoptosis. The linkage between COX-2 and neurological
damage has been demonstrated by numerous studies, which
demonstrate that inhibition of COX-2 activity or deletion of
its gene results in neuroprotective effect. Also, it is found
that COX-2 mRNA level is significantly increased due to forced
swim stress in micet'.

Naproxen and meloxicam are non-selective COX (COX-1
and COX-2) inhibitors. Nimesulide is preferentially a COX-2
inhibitor. Rofecoxib and valdecoxib are selective COX-2
inhibitors. Naproxen and rofecoxib have been reported to
have neuroprotective effect in mice against immobilization
stress!!!). Recently, increases in COX-2 expression and ac-
tivity have been observed in rat cortex after a short-time ex-
posure (4-6 h) to restraint stress. Moreover, specific pharma-
cological tools that inhibit COX-2 activity (NS-398) could
prevent the increase in membrane lipid peroxidation media-
tors and restore the antioxidant (glutathione) system, sug-

gesting that COX isoform is involved in the accumulation of
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oxidative damage during stress!!. Studies have also indi-
cated the neuroprotective effects of COX-2 inhibitors in vari-
ous central nervous system (CNS)-related disorders!'3-1¢!,
Thus, the aim of the present study was to study the
effects of various selective or nonselective COX inhibitors
in chronic fatigue stress-induced behavioral and biochemi-

cal alterations.
2 Material and methods

2.1 Animals Male albino mice (Laca strain; weighing 20-30
g) were bred in Central Animal House (CAH) facility of the
Panjab University, Chandigarh. The animals were housed
under standard laboratory conditions under a 12-h light/dark
cycle, with food and water ad libitum. The animals were ac-
climatized to the laboratory conditions 1 h prior to the experi-
ment and thereafter they were kept in the lab every day in a
similar way till the end of the experiment. All the experiments
were carried out between 10:00 to17:00 in order to minimize
the influences of circadian changes and inter-group
variations. The experimental protocol was approved by the
Institutional Animal Ethics Committee and was conducted
according to the Indian Science Academy Guidelines for the
use and care of experimental animals.

2.2 Drugs and treatment schedule The drugs were all pur-
chased from Sigma Reagent Laboratories, including naproxen
(14 mg/kg, i.p.), rofecoxib (5 mg/kg, i.p.), meloxicam (5 mg/kg,
i.p.), nimesulide (5 mg/kg, i.p.) and valdecoxib (10 mg/kg,
i.p.). Other standard chemicals were from LOBA and Himedia.
The drug doses were selected according to the EDS0 of the
drugs and previous studies in our laboratory!!*®, The ani-
mals were randomized into 7 groups (#=10 in each group),
including the naive group, in which the mice only received
vehicle for 15 d without forced swimming session; the con-
trol (chronically stressed) group, in which mice received ve-
hicle 30 min before the forced swimming session (6 min) for
15 d; the naproxen (14 mg/kg) group; the valdecoxib (10 mg/
kg) group; the rofecoxib (5 mg/kg) group; the meloxicam (5
mg/kg) group; and the nimesulide (5 mg/kg) group. Drugs
were suspended in 0.25% carboxymethylcellulose (CMC) and
administered intraperitoneally, 30 min before the forced swim-

ming session for 15 consecutive days.

After 15 d, various behavioral assessments followed by
biochemical estimation were conducted, on the subsequent
day 16. Besides, there was a sufficient time gap (at least 1 h)
between the behavioral tests. Locomotor activity was as-
sessed first, followed by elevated plus maze and mirror cham-
ber test.

2.3 Measurement of immobility period The animals were
forced to swim individually in a glass jar (25x12%25 cm?) at
(2542) °C for 6 min every day for 15 consecutive days. The
water was 15 cm in height. After an initial period of vigorous
activity, each animal attained a typical immobile posture. The
duration of immobility was measured. The animal was con-
sidered to be immobile when it ceased to struggle and the
limbs seldom moved to keep the head above the water!®.
This test session was repeated for 15 d.

2.4 Behavioral assessments Various behavioral parameters
were assessed in mice on day 16, 24 h after the last forced
swim challenge.

2.4.1 Measurement of locomotor activity The locomotor
activity was recorded for 5 min using photoactometer. Each
animal was observed in a closed square (30x30 cm?) arena
equipped with infrared light sensitive photocells using digi-
tal photoactometer. Locomotor activity was expressed in
terms of total photobeam counts for 5 min per animal''”.. The
apparatus was placed in a darkened, light and sound attenu-
ated, and ventilated testing room.

2.4.2 Measurement of anxiety (mirror chamber test) The
mirror chamber consisted of a wooden chamber with a mirror
cube open on one side and the mirror cube was placed into a
square plexiglass box. The box (40 x 40 x 30.5 cm®) had a
white floor and opaque black walls. The mirrored cube (30 x
30 x 30 cm®) was made up of 5 pieces of mirrored glass with
one mirrored side and an opposite side painted dark brown.
In the standard configuration, the mirrored surfaces (3 side
panes, a top pane and the floor pane) face the interior of the
cube. Placement of the mirrored cube into the centre of the
container forms a 5 cm corridor completely surrounding the
mirrored chamber. The animal was placed individually at the
distal corner of the mirror chamber at the beginning of the
test. During the 5-min test, the following parameters were

evaluated, including the latency to enter the mirror chamber,
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the number of entries in mirror chamber, and the total time
spent in mirror chamber. An anxiogenic response was identi-
fied when the number of entries and time spent in the mirror
chamber were decreased!'®!.
2.4.3 Measurement of memory (plus maze test) Elevated
plus maze was used to evaluate the spatial long-term memory!!7-%),
Briefly, the apparatus consisted of 2 open arms (16 x 5 cm?)
and 2 enclosed arms (16 x 5 x12 cm?). The arm extended from
a central platform (5 x 5 cm?). The mice were placed individu-
ally at the end of one of the open arms facing away from the
central platform. The time that the mice spent moving from
the open arm to either of the enclosed arms was recorded.
Transfer latency (TL) indicated the elapse between the place-
ment of the animal on the open arm and its fully entry (all the
4 paws) in the enclosed arm. On the first day, the mice were
allowed to explore the plus maze for 20 s after the measure-
ment of TL. The mice returned to their home cages after the
first trial. Retention was examined 24 h later. Each animal was
again placed into the maze and TL was recorded. Percentage
of the retention of memory was calculated as follows:
Memory retention = (Final transfer latency—Initial trans-
fer latency)/Initial transfer latencyx100%.
2.5 Biochemical parameters
2.5.1 Dissection and homogenization On day 16, animals
were sacrificed by decapitation. The whole brain was removed
and homogenized (10%, w/v) in 0.1 mol/L phosphate buffer
(pH 7.4). Homogenates were centrifuged for 20 min at 15 000
g. The supernatant was collected for the estimation of lipid
peroxidation and reduced glutathione levels. The post nuclear
fractions for the catalase assay were obtained by centrifuga-
tion of the homogenate at 1 000 g for 20 min at 4 °C. For other
enzyme assays, the homogenate was centrifuged at 12 000 g
for 60 min at 4 °C.
2.5.2 Lipid peroxidation assay The quantitative measure-
ment of lipid peroxidation in the whole brain was performed
as described by Wills®%. Malondialdehyde (MDA) is a sec-
ond product of lipid peroxidation, and has been widely used
as an indicator of lipid peroxidation. The level of MDA was
determined by thiobarbituric acid method, and absorbance
was read at 532 nm with a Shimadzu spectrophotometer

(Kyoto, Japan). The results were expressed as nanomole of

MDA per milligram protein using the molar extinction coeffi-
cient of chromophore [1.56x105L/(mol.cm)].

2.5.3 Estimation of reduced glutathione Level of reduced
glutathione in the brain was evaluated according to the
method described by Ellman®!. Supernatant (1 mL) was
precipitated with 1 mL 4% sulfosalicylic acid and digested
at4 °C for 1 h. The sample was centrifugated at 1 200 g for 15
min at 4 °C. Supernatant was collected, and 2.7 mL phosphate
buffer (0.1 mol/L, pH 8) and 0.2 mL 5, 5° dithiobis (2-
nitrobenzoic acid) (DTNB) were added into 1mL supernatant.
The yellow color developed and was read immediately at 412
nm using a Shimadzu spectrophotometer. Results were cal-
culated using the molar extinction coefficient of the chro-
mophore [1.36x10* L/(mol.cm)] and were expressed as
nanomole GSH per milligram protein.

2.5.4 Catalase estimation Catalase activity was assessed
according to the method of Luck H??. The breakdown of
hydrogen peroxide (H,0,) is measured at 240 nm. Briefly, 3
mL H,0, phosphate buffer and 0.05 mL supernatant of tissue
homogenate were mixed. The change in absorbance was re-
corded at 240 nm using a Shimadzu spectrophotometer. En-
zyme activity was calculated using the millimolar extinction
Coefficient of H,O,. The result was expressed as micromoles
of H,0,decomposed per min/mg protein.

2.5.5 Nitrite estimation Nitrite is an indicator of the produc-
tion of nitric oxide (NO). The accumulation of nitrite in the
supernatant was determined by colorimetric assay using
Greiss reagent [0.1% N- (1-napthyl) ethylenediamine
dihyrochloride, 1% sulfanilamide and 2.5% phosphoric acid]
as described by Green?*!. Equal volumes of supernatant and
Greiss reagent were mixed, and incubated for 10 min at room
temperature. Absorbance was read at 540 nm using Shimadzu
Spectrophotometer. The concentration of nitrite in the su-
pernatant was determined from a standard curve and ex-
pressed as the percentage of the control.

2.5.6 Protein estimation The protein content was measured
according to the method of Lowry!®*! using bovine serum
albumin as the standard reagent.

2.6 Statistical analysis Data were expressed as mean+=SEM,
and analyzed using one-way analysis of variance (ANOVA),

followed by Tukey’s test.
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3 Results

3.1 Effects of naproxen, meloxicam, nimesulide, rofecoxib
or valdecoxib on immobility period As shown in Fig. 1, the
15-d forced swimming (6 min each day) significantly increased
immobility period as compared to the naive group (P < 0.05).
However, pretreatment with naproxen (14 mg/kg), valdecoxib
(10 mg/kg), meloxicam (5 mg/kg), nimesulide (5 mg/kg) and

rofecoxib (5 mg/kg) could all attenuate this increase.
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Fig. 1 Effects of COX-inhibitors (naproxen, meloxicam, nimesulide,
rofecoxib and valdecoxib) on immobility period. *P < 0.05 vs naive
group, "P < 0.05 vs control (chornic fatigue) mice. =10 in each

group.

3.2 Effects of naproxen, meloxicam, nimesulide, rofecoxib
or valdecoxib on locomotor activity Asshown in Fig. 2, loco-
motor activity was significantly decreased in chronic stressed
mice, as compared to that in naive group (without chroni-
cally forced swimming). However, pretreatment with naproxen
(14 mg/kg), valdecoxib (10 mg/kg), meloxicam (5 mg/kg),
nimesulide (5 mg/kg) and rofecoxib (5 mg/kg) could all sig-
nificantly reverse the locomotor activity in chronic stressed
mice.

3.3 Effects of naproxen, meloxicam, nimesulide, rofecoxib
and valdecoxib on anxiety After 15-d forced swimming test
session, the mice showed a significant delay in the latency to
enter the mirror chamber. Meanwhile, the number of entries

and time spent in the mirror chamber were both decreased, as
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Fig. 2 Effects of COX-inhibitors (naproxen, meloxicam, nimesulide,
rofecoxib and valdecoxib) on locomotor activity. *P < 0.05 vs naive
group, P < 0.05 vs control group (chornic fatigue mice). n=10 in
each group.

compared to those in naive group. Pretreatment with naproxen
(14 mg/kg), valdecoxib (10 mg/kg), meloxicam (5 mg/kg),
nimesulide (5 mg/kg) or rofecoxib (5 mg/kg) could all signifi-
cantly shorten the latency to enter the mirror chamber, and
increase the number of entries and time spent in the mirror

chamber, as compared with the control group (Table 1).

Table 1. Antianxiety effects of naproxen, meloxicam, nimesulide,
rofecoxib and valdecoxib in mirror chamber test in chronically
fatigue mice (Mean+=SEM)

Groups Latency to enter Number of Entries Time spent in
mirror chamber in mirror chamber — mirror chamber
(s) (s)
Naive 44.6 +2.18 6.2+ 0.66 452+29
Control 151.2 £ 11.19° 2.0+0.33¢ 21.0£1.76*
Nap (14) 100.6 + 6.02 ° 4.0+0.87° 30.4 +£3.47°
Val (10) 59.8 £4.97° 6.0 +0.33% 40.8 £5.23"
Rof (5) 65.6 £ 6.41°¢ 6.0 +0.28° 42.66 £ 3.15 o*
Mel (5) 110.3 £4.28*4 4.0+ 0.32° 3533 +£6.15%¢
Nim (5) 90.0 + 6.82° 3.0+0.37° 33.66 + 3.07 oof

“P < 0.05 vs naive group, ®P < 0.05 vs control group, P < 0.05 vs Val (10) group,
4P < 0.05 vs Rof (5) group, °P < 0.05 vs Nap (14) group, ‘P < 0.05 vs Mel (5)

group. n=10 in each group.
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3.4 Effects of naproxen, meloxicam, nimesulide, rofecoxib
and valdecoxib on memory (plus maze performance task)
As shown in Fig. 3, animals with chronic fatigue showed a
significant loss of memory, as indicated by a significant de-
crease in the percentage of retention of memory, as com-
pared to that in naive group (P < 0.05). However, chronic
administration of valdecoxib (10 mg/kg), meloxicam (5 mg/
kg), nimesulide (5 mg/kg) or rofecoxib (5 mg/kg) could all
significantly improve the memory retention, as compared to
that in control group.
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Fig.3 Effects of COX-inhibitors (naproxen, meloxicam, nimesulide,
rofecoxib or valdecoxib) on memory, revealed by plus maze perfor-
mance task. *P < 0.05 vs naive group, P < 0.05 vs control group.
n=10 in each group.

3.5 Effects of naproxen, meloxicam, nimesulide, rofecoxib
or valdecoxib on the levels of brain lipid peroxidation,
nitrite, reduced glutathione and catalase enzyme Chronic
forced swimming for 15 d induced oxidative stress as shown
by significant increases in the levels of whole brain MDA
(Fig. 4) and nitrite (Fig. 5), and reduced the levels of GSH
(Fig. 6) and catalase activity (Fig. 7). Chronic administra-
tion of naproxen (14 mg/kg), valdecoxib (10 mg/kg),
meloxicam (5 mg/kg), nimesulide (5 mg/kg) or rofecoxib (5
mg/kg) significantly attenuated the increases in lipid
peroxidation and nitrite level, and further restored the glu-
tathione and catalase enzyme activities, as compared to the
control level (P <0.05).
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Fig.4 Effects of COX-inhibitors (naproxen, meloxicam, nimesulide,
rofecoxib and valdecoxib) on brain lipid peroxidation. *P < 0.05 vs
naive group, "P < 0.05 vs control group.

450
400 I
350 4 T b o
300 1 b b
250 1
200 1
150 1
100 1
50

Nitrite activity (ug/mL)

Naive  Control NAP(14) VAL(10) ROF(5) MEL(5) NIM(5)

Fig. 5 Effects of COX-inhibitors (naproxen, meloxicam, nimesulide,
rofecoxib and valdecoxib) on nitrite activity. P < 0.05 vs naive
group, "P < 0.05 vs control group.
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Fig. 6 Effects of COX-inhibitors (naproxen, meloxicam, nimesulide,
rofecoxib and valdecoxib) on reduced glutathione levels. *P < 0.05

vs naive group, "P < 0.05 vs control group.
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Fig. 7 Effects of COX-inhibitors (naproxen, meloxicam, nimesulide,
rofecoxib and valdecoxib) on catalase activity. *P < 0.05 vs naive

group, *P < 0.05 vs control group.

4 Discussion

Chronic stress is characterized by various symptoms,
including feverishness, recurrent sore throat, pain, myalgia,
arthralgia, headache and post exercise weakness!**. Besides,
various neuropsychiatry and neuroimmunological distur-
bances such as difficulty to concentrate, memory deficit,
and depression, are also present under chronic stress con-
ditions?%?"), However, the etiology of chronic stress remains
still unclear. Studies in patients with CFS have revealed alter-
ations of the hypothalamic-pituitary-adrenal (HPA) axis!!-?7).
Here we investigated the protective effects of COX inhibi-
tors (nimesulide, naproxen, meloxicam, valdecoxib, and
rofecoxib) on chronic fatigue-induced stress.

Consistent with other published observations?%, 15-d
forced swimming could induce CFS-like symptoms, as re-
vealed by increases in despair (increased immobility period)
and anxiety-like behaviors, and a reduction in locomotor ac-
tivity?®l. Here repetition of 6-min session for 15 d caused
significant chronic fatigue-like conditions in animals. It is
also reported that chronic stress induces depressive behav-
ior (increase in immobility time)®!! and significantly influ-
ences exercise and physical activity®?. However, the under-
lying mechanisms are not well understood. These behavioral
changes might be due to the accumulation of stress, since
chronic stress has been well documented to cause anxiety-
like behaviors, reduce locomotor activity and lead to stress-

induced depression®®, The impairment of motor activity

could be due to the stress-induced depressiont®?!. It is clear
that oxidative stress plays a role in the pathogenesis of mo-
tor activity. Hypoactivity of CNS has also been strongly im-
plicated in the pathophysiology of anxiety. Besides, immobi-
lization stress has been reported to induce a 2—3-fold eleva-
tion of plasma cortisol level®, and an increase in cortisol
level is correlated with anxiety-like behavior and painful re-
sponse in human™l. Moreover, acute stress has been re-
ported to influence the behavioral activities, such as motor
activity, anxiety-like activity and depression®¢*7l. In the
present study, administration of naproxen, rofecoxib and
valdecoxib at clinically relevant doses significantly reversed
the impairment in locomotor activity, and produced a remark-
able neuroprotective effect against chronic stress in mice.
Jain et al.®¥ also report that COX inhibitor could reverse
lipopolysaccharide-induced immobility period?®. In other
neurodegenerative disorders, the beneficial roles of COX in-
hibitors have also been suggested™. Here, chronic adminis-
tration of nimesulide, naproxen, meloxicam, valdecoxib, or
rofecoxib attenuated stress-induced decrease in locomotor
activity, suggesting that prostaglandin may be involved in
chronic stress-induced hypolocomotion.

Consistent with the previous report*’, here we also find
that chronic stress could cause anxiety-like behavior and
cognitive dysfunctions. When exposed to the mirror
chamber, the chronic stressed animals exhibited anxiety, as
revealed by decreases in the number of entries in mirror cham-
ber and time spent in mirror chamber. This indicates that
chronic stress could significantly induce anxiety-like behav-
ior in animals. Studies in human and animals have shown
that stress hormones glucorticoids influence cognition!42!,
Glucocorticoids have 2 types of receptors, both of which are
abundantly expressed in the hippocampus, a region involved
in learning and memory and being one of the most vulnerable
regions to stress in the brain®?. In the hippocampus, chronic
stress causes atrophy in the CA3 region. It has also been
reported that exposure to chronic stress causes subsequent
impairment of hippocampus-dependent memory in both hu-
man and animalsP!. Furthermore, the hippocampus also regu-
lates the stress response and inhibits the response of the

HPA-axis to stress. Chronic stress causes the atrophy of
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dendrites of pyramidal neurons in the CA3 region of the hip-
pocampus through a mechanism involving both glucocorti-
coids and excitatory amino acid neurotransmitters released
during and after stress!*)l. In the present study, acute immo-
bilization stress caused poor retention of memory, which could
be ameliorated by pretreatment of both non-selective and
selective cyclooxygenase (COX-2) inhibitors. COX-2 has been
reported to play a role in the selective loss of neural connec-
tions but not in their formation™*. Recent study has indi-
cated that COX-2 potentiates brain parenchymal amyloid
plague formation, which leads to Alzheimer’s disease, sug-
gesting a therapeutic role of NSAIDs in the treatment of neu-
rological diseases™!. It has been well documented that high
levels of stress and fear commonly cause memory loss and
cognition disturbancel*l.

Stress also stimulates numerous pathways leading to an
increased production of free radicals. COX-2 then leads to
the release of inflammatory prostaglandins such as PGE,,
which account for the accumulation of oxidative mediators in
brain, mitochondrial inhibition*”, increased excitatory amino
acid release!®, activation of second messenger systems!*”’
and decreased efficiency of antioxidant defense mechanisms!”,
CFS causes increased productions of NF-kappa beta, COX-2
and iNOS, and induces damage to membrane fatty acids and
functional proteins through ROS and RNSPY. Clinical reports
also document that CFS patients show significantly lower
levels of transforming growth factor-betal (TGF-betal) and
natural killer (NK) cell production, as compared to the normal
control®>33, These factors are implicated in the increase of
lipid peroxidation level in stress. In addition, forced swim-
ming for 15 d significantly raised lipid peroxidation level and
nitrite concentration, and inhibited the levels of reduced
glutathione and catalase enzyme activity, thereby inducing
oxidative damage. The roles of oxidative stress and related
free radical generation in the pathogenesis of CFS have been
well documented™>*, ROS generated by a severe stressor
significantly compromise the in vivo antioxidant defense ca-
pability when animals are subjected to CFSP. Accordingly,
chronic oxidative damage alters mitochondrial function, cal-
cium homeostasis, energy pathways, neuronal precursors,

neurogenesis, and cell death?®®, In the present study, pre-

treatment with COX inhibitors could reduce the levels of lipid
peroxidation and nitrite, and restore the reduced glutathione
level and catalase activity, suggesting their neuroprotective
roles against chronic stress. However, there are few adequate
reports exploring the protective effects of COX inhibitors in
restraint stress and related conditions. Moreover, the dis-
covery of selective COX-2 inhibitors has improved our un-
derstanding on COX and its biological properties. Therefore,
the exact cellular events in their neuroprotection still need to
be explored. An initial formation of large amounts of oxygen
and nitrogen reactive species during stress may also initiate
lipid peroxidation®”), as has been demonstrated in brain, liver
and heartP®, A positive correlation between nitrite and
thiobarbituric acid reactive substance (TBARS) levels has
been demonstrated by many reports, revealing that nitric ox-
ide acts as a free radical in stress, and stress results in the
expressions of iNOS and neuronal nitric oxide synthase
(nNOS)B%_ There is a close relationship between NOS and
COX pathways because an increased expression of both COX
and nNOS have been found during the inflammatory
processes. Moreover, nitric oxide has been shown to stimu-
late COX isoenzyme activity. However, some evidence indi-
cates that CFS is accompanied by increased oxidative stress
and that NO pathways are involved in its pathogenesis!®'-¢2,
Moreover, free radical damage by reactive oxygen species
(ROS) has been suggested to play a critical role in the patho-
physiology of CFS and stress-induced depression!®* 64,

In conclusion, COX-2 selective inhibitors are compara-
tively more effective. However, variations among the effects
of COX-2 selective inhibitors have also been noticed.
Moreover, both selective and non-selective COX inhibitors
could ameliorate chronic fatigue-induced various behavioral
and biochemical alterations in mice, showing protective ef-

fects against chronic fatigue-induced stress.

References:

[1] Munhoz CD, Garcia-Buenoz B, Madrigal JLM, Lepsch LB,
Scavone C, Leza JC. Stress-induced neuroinflammation: mecha-
nisms and new pharmacological targets. Braz J] Med Biol Res
2008, 41: 1037-1046.

[2] Chambers D, Bagnall AM, Hempel S, Forbes C. Interventions for



Anil Kumar, et al.

Effects of cyclooxygenase inhibitors on chronic stress

25

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

the treatment, management and rehabilitation of patients with
chronic fatigue syndrome/myalgic encephalomyelitis: an updated
systematic review. J R Soc Med 2006, 99: 506-520.

Jason LA, Corradi K, Gress S, Williams S, Torres-Harding S.
Causes of death among patients with chronic fatigue syndrome.
Health Care Women Int 2006, 27: 615-626.

Sanders P, Korf J. Neuroaetiology of chronic fatigue syndrome:
an overview. World J Biol Psychiatry 2007, 8: 1-7.

McEven BS, Sapolsky RM. Stress and cognitive function. Curr
Opin Neurobiol 1995, 5: 205-216.

Porsolt RD, Bertin A, Jafre M. Behavioral despair in rats and
mice: Reversal by antidepressants. Psychopharmacology 1977,
51: 291-298.

Thomas MA, Smith AP. An investigation of the longterm ben-
efits of antidepressant medication in the recovery of patients
with chronic fatigue syndrome. Hum Psychopharmacol 2006,
21: 503-509.

Fulle S, Mecocci P, Fano G. Specific oxidative alterations in
vastus lateralis muscle of patients with the diagnosis of chronic
fatigue syndrome. Free Radic Biol Med 2000, 29: 1252-1259.
Fontella FU, Siqueira IR, Vasconcellos AP, Tabajara AS, Netto
CA, Dalmaz C. Repeated restraint stress induces oxidative dam-
age in rat hippocampus. Neurochem Res 2005, 30: 105-111.
Silakova JM, Hewett JA, Hewett SJ. Naproxen reduces excitotoxic
neurodegeneration in vivo with an extended therapeutic window.
J Pharmacol Exp Ther 2004, 309: 1060-1066.

Dhir A, Padi SSV, Naidu PS, Kulkarni SK. Protective effect of
naproxen (nonselective COX-inhibitors) or rofecoxib (selective
COX-2 inhibitor) in immobilization stress-induced behavioural
and biochemical alterations in mice. Eur J Pharmacol 2006,
535: 192-198.

Minghetti L. Cyclooxygenase-2 (COX-2) in inflammatory and
degenerative brain diseases. J Neuropathol Exp Neurol 2004, 63:
901-910.

Asanuma M, Miyazaki I, Ogawa N. Neuroprotective effects of
nonsteroidal anti-inflammatory drugs on neurodegenerative
diseases. Curr Pharm Des 2004, 10: 695-700.

Galvao RI, Diogenes JP, Maia GC, Filho EA, Vasconcelos SM, de
Menezes DB, et al. Tenoxicam exerts a neuroprotective action
after cerebral ischemia in rats. Neurochem Res 2005, 30: 39-46.
Klivenyi P, Kiaei M, Gardian G, Calingasan NY, Beal MF. Addi-
tive neuroprotective effects of creatine and cyclooxygenase 2
inhibitors in a transgenic mouse model of amyotrophic lateral
sclerosis. J Neurochem 2004, 88: 576-582.

Katori M, Majima M. Cyclooxygenase-2: its rich diversity of
roles and possible application of its selective inhibitors. Inflamm
Res 2000, 49: 367-392.

Reddy DS, Kulkarni SK. Possible role of nitric oxide in the

[19]

[20]

[21]

[22]

[23]

[24]

[25]

[26]

[27]

[28]

[29]

[30]

[31]

[32]

[33]

[34]

[35]

nootropic and antiamnesic effects of neurosteroids on aging and
dizocilpine-induced learning impairment. Brain Res 1998, 799:
215-229.

Kulkarni SK, Reddy DS. Animal behavioral models for testing
antianxiety agents. Method Find Exp Clin Pharmacol 1996, 18:
219-230.

Ioth J, Nabeshima T, Kameyania T. Utility of an elevated plus-
maze for dissociation of amnesic and behavioral effects of drugs
in mice. Eur J Pharmacol 1999, 194: 71-74.

Wills ED. Mechanism of lipid peroxide formation in animal
tissues. Biochem J 1966, 99: 667-676.

Ellman GL. Tissue sulfhydryl groups. Arch Biochem Biophys
1959, 82: 70-77.

Luck H. Catalase. Methods of Enzymatic Analysis. New York:
Bergmeyer HU (eds) Academic Press 1971: 885-893.

Green LC, Wagner DA, Glagowski J. Analysis of nitrate, nitrite
and [15N] nitrate in biological fluids. Anal Biochem 1982, 126:
131-138.

Lowry OH, Rosenberg NJ, Farr AL, Randall RJ. Protein measure-
ment with the Folin-phenol reagent. J Biol Chem 1951, 193:
265-275.

Kaur G, Kulkarni SK. Reversal of forced swimming-induced
chronic fatigue in mice by antidepressant and herbal psychotro-
pic drugs. Indian Drugs 1998, 35: 771-777.

Devanur LD, Kerr JR. Chronic fatigue syndrome. J Clin Virol
2006, 37: 139-150.

Cleare AJ. The HPA axis and the genesis of chronic fatigue
syndrome. Trends Endocrinol Metab 2004, 15: 55-59.

Kaur G, Kulkarni SK. Comparative study of antidepressants and
herbal psychotropic drugs in a mouse model chronic fatigue. J
Chronic Fatigue Syndr 2000, 6: 23-35.

Singh A, Naidu PS, Gupta S, Kulkarni SK. Effect of natural and
synthetic antioxidants in a mouse model of chronic fatigue
syndrome. J Med Food 2002, 5: 211-220.

Kumar A, Garg R, Kumar P. Nitric oxide modulation mediates
the protective effect of trazodone in a mouse model of chronic
fatigue syndrome. Pharmacol Rep 2008, 60: 664-672.
Schonfeldt-Locuona C, Connemann BJ, Wolf RC, Braun M,
Freudenmann RW. Bupropion augmentation in the treatment of
chronic fatigue syndrome with coexistent major depression.
Episode Pharmacopsych 2006, 39: 152-154.

Greenberg S, Frid M. Chronic fatigue syndrome—exercise and
physical activity. Harefuah 2006, 145: 276-280.

Metz GA, Jadavji NM, Smith LK. Modulation of motor function
by stress: a novel concept of the effects of stress and corticos-
terone on behavior. Eur J Neurosci 2005, 22: 1190-1200.
Domanski E, Przekop F, Wolinska-Witort E, Mateusiak K,

Chomicka L, Garwacki S. Differential behavioral and hormonal



26

Neurosci Bull  February 1, 2010, 26(1): 17-27

[36]

[37]

[38]

[39]

[40]

[41]

[42]

[43]

[44]

[45]

[46]

[47]

[48]

[49]

[50]

responses to two different stressors (foot shocking and immo-
bilization) in sheep. Exp Clin Pharmacol 1986, 88: 165-172.
Bristow DJ, Holmes DS. Cortisol levels and anxiety related be-
haviors in cattle. Physiol Behav 2007, 90: 626-628.

Dhir A, Padi SSV, Naidu PS, Kulkarni SK. Protective effect of
naproxen (nonselective COX-2-inhibitors) or rofecoxib (selective
COX-2 inhibitor) in immobilization stress-induced behavioral
and biochemical alterations in mice. Eur J Pharmacol 2006,
535: 192-198.

Goyal R, Kumar A. Protective effects of alprazolam in acute
immobilization stress-induced certain behavioral and biochemi-
cal alterations in mice. Pharmacol Rep 2007, 59: 284-290.
Jain NK, Kulkarni SK, Singh A. Lipopolysaccharidemediated
immobility in mice: reversal by cyclooxygenase enzyme inhibitor.
Methods Find Exp Clin Pharmacol 2001, 23: 441-444.
Mattamml MB, Strong R, Lakshmi VM, Chung HD, Stephenson
AH. Prostaglandin H synthetase-mediated metabolism of
dopamine: implication for Parkinson’s disease. J] Neurochem
1995, 64: 1645-1650.

Cook DB, Nagelkirk PR, Peckerman A, Poluri A, Mores J,
Natelson BH. Exercise and cognitive performance in chronic
fatigue syndrome. Med Sci Sports Exerc 2005, 37: 1460-1467.
Roozendaal B. Glucocorticoids and the regulation of memory
consolidation. Psychoneuroendocrinol 2000, 25: 213-238.
Garcia R. Stress hippocampal plasticity and spatial learning. Syn-
apse 2001, 40: 180-183.

McEwen BS, Albeck D, Cameron H. Stress and the brain: a para-
doxical role for adrenal steroids. Vitam Horm 1995, 51: 371-
402.

Kaufmann WE, Worley PF, Pegg J, Bremer M, Isakson P.
Cyclooxygenase 2 expression during rat neocortical develop-
ment and in Rett syndrome. Brain Dev 1997, 19: 25-34.
Cakala M, Malik AR, Storsznajder JB. Inhibitor of cyclo-
oxygenase-2 protects against amyloid beta peptide-evoked
memory impairment in mice. Pharmacol Rep 2007, 59: 164-
172.

Luine V, Villegas M, Martinez C, McEwen BS. Repeated stress
causes reversible impairments of spatial memory performance.
Brain Res 1994, 639: 167-170.

Madrigal JL, Olivenza R, Moro MA, Lizasoain I, Lorenzo P,
Rodrigo J, et al. Glutathione depletion, lipid peroxidation and
mitochondrial dysfunction are induced by chronic stress in rat
brain. Neuropsychopharmacology 2001, 24: 420-429.
McEwen BS. The neurobiology of stress: From serendipity to
clinical relevance. Brain Res 2000, 886: 172-189.

Reagan LP, McEwen BS. Controversies surrounding glucocorti-
coids-mediated cell death in the hippocampus. J Chem Neuroanat
1997, 13: 149-167.

[51]

[52]

[53]

[54]

[55]

[56]

[57]

[58]

[59]

[60]

[61]

[62]

[63]

Mclntosh LJ, Hong KE, Sapolsky RM. Glucocorticoids may al-
ter antioxidant enzyme capacity in the brain: baseline studies.
Brain Res 1998, 791: 209-214.

Maes M. Inflammatory and oxidative and nitrosative stress path-
ways underpinning chronic fatigue, somatization and psychoso-
matic symptoms. Curr Opin Psychiatry 2009, 22(1): 75-83.
Tomoda A, Joudoi T, Rabab el M, Matsumoto T, Park TH,
Miike T. Cytokine production and modulation: comparison of
patients with chronic fatigue syndrome and normal controls.
Psychiatry Res 2005, 134: 101-104.

Lorusso L, Mikhaylova SV, Capelli E, Ferrari D, Ngonga GK,
Ricevuti G. Immunological aspects of chronic fatigue syndrome.
Autoimmun Rev 2009, 8: 287-291.

Richard RS, Wang L, Jelinek H. Erythrocyte oxidative damage
in chronic fatigue syndrome. Arch Med Res 2007, 38: 94-98.
Ozcan ME, Gulec M, Ozerol E, Polat R, Akyol O. Antioxidant
enzyme activities and oxidative stress in affective disorders. Int
Clin Psychopharmacol 2004, 19 : 89-95.

Amoroso S, D’Alessio A, Sirabella R, Di Renzo G, Annunziato L.

2+

Ca*-independent caspase-3 but not Ca?*-dependent caspase-2
activation induced by oxidative stress leads to SH-SY5Y human
neuroblastoma cell apoptosis. J Neurosci Res 2002, 68: 454-
462.

Braughler JM, Hall ED. Central nervous system trauma and stroke.
Biochemical considerations for free radical dormation and lipid
peroxidation. Free Rad Biol Med 1989, 6: 289-301.

Hu Y, Cardounel A, Gursoy E, Anderson P, Kalimi M. Anti-stress
effects of dehydroepiandrosterone. Protection of rats against
repeated immobilization stressinduced weight loss, glucocorti-
coid receptor production, and lipid peroxidation. Biochem
Pharmacol 2000, 59: 753-762.

Olivenza R, Moro MA, Lizasoain I, Lorenzo P, Fernandez AP,
Rodrigo J, et al. Chronic stress induces the expression of induc-
ible nitric oxide synthase in rat brain cortex. J] Neurochem 2000,
74: 785-791.

Matsumoto K, Yobimoto K, Huong NTT, Abdel-Fattah M, Hein
TV, Watanable H. Psychological stress-induced enhancement of
brain lipid peroxidation via nitric oxide systems and its modula-
tion by anxiolytic and anxiogenic drugs in mice. Brain Res
1999, 839: 74-84.

Maes M, Mihylova I, Kubera M, Bosmans E. Not in the mind but
in the cell: increased production of cyclooxygenase-2 and induc-
ible NO synthase in chronic fatigue syndrome. Neuro Endocrinol
Lett 2007, 28: 463-469.

Torres RL, Torresi LS, Gamaro GD, Fontella FU, Silveira PP,
Moreira JSR, et al. Lipid peroxidation and total radical-trapping
potential of the lungs of rats submitted to chronic and subchronic
stress. Braz J Med Biol Res 2004, 37: 185-192.



Anil Kumar, et al.  Effects of cyclooxygenase inhibitors on chronic stress 27

[64] Bilici M, Efe H, Koroglu MA, Uydu HA, Bekaroglu M, Deger O. [65] Sapolsky RM. The possibility of neurotoxicity in the hippocam-
Antioxidative enzyme activities and lipid peroxidation in major pus in major depression: a primer on neuron death. Biol Psychia-
depression: alterations by antidepressant treatments. J Affect try 2000, 48: 755-765.

Disord 2001, 64: 43-51.

EEFEMIEEFE SRS SEINEFIEEE N MREERFFFER

Anil Kumar, Beenta Kumari, Puneet Kumar
Panjab K224 WRFERIT R 25 323, UGC Moy, Eilin/R 160014, E1JE

WE: BR MEAHL) 2 RE T RIS I K F Dhle, EL TR 505 2. SBahiIuis KA
AL R IRAT S0 (K5 B A B R rh S OGHE A 8 o AR SIS TR R I sl M R , St o S A I AR5 1) DR 37 1
8. FiE AU RBOAEK 6 min, JLRREE 15 Ko GiRJEEHMTAT Y CBERESIAE T . FRIB DL
WIZREd) A TEbs (RIS . AR ER AT 3R JstPE A2 e H IR S AL M AT A . &5
RS R ARk S BN RIESIRE ST, SLEAEFAT NI A, JFEISSICIZ . AEAEACTEAR TS T, Tl
O AN AR #4728 B2 5 v, B R A A e T ORI S8 Ak UGS ) T B 25 PR edh, BRZECA A6 77,
BREPEENR. PAEEE . R E R ERFFRMAM L, AR S H Mo X st ik A S MG
FRT R A P8 57 £R B

KB R ITOROIE: HARAM: BT DARE, JESRET A SIS




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /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 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <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 <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


