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The mGluR5 is constitutively expressed in different immune cells, such as macrophages and T-lym- 
phocytes, which influence cytokine release against bacteria and viruses; however, in some types of 
lymphoid cells, mGluR5 promotes tumor growth and drives neoplastic transformation. Conversely, 
melatonin, a frequently measured circadian marker, has been shown to attenuate neoplastic 
transformation and suppress tumor development through the metabolic reprogramming of cancer 
cells. However, the extent of melatonin's involvement in regulating mGluR5 activity in immune cells 
remains unclear. Therefore, we investigated the effect of melatonin on mGluR5 expression in Jurkat 
lymphoid cells. Through subcellular fractionation of mGluR5, we observed a significant receptor 
presence in plasma membranes, with a smaller fraction localized in endoplasmic and nuclear 
membranes. Furthermore, our findings demonstrated that melatonin treatment increased the 
expression of mGluR5 in the microsomal and nuclear fractions. Additionally, by utilizing co-
immunoprecipitation techniques, we discovered that mGluR5 co-localized with the NHERF1 scaffold 
protein in endomembranes, suggesting a potential role for this protein in the trafficking and 
regulation of mGluR5. Notably, in the nuclear fraction of melatonin-treated cells, we observed an 
increase in mGluR5-dependent phosphorylation of ERK, while the phosphorylation of Akt remained 
unchanged. Our findings suggest a novel regulatory mechanism by which melatonin modulates 
mGluR5 expression and activity, particularly in immune cells. This could have implications for 
understanding the complex interactions between circadian rhythms, immune responses, and cancer. 
© 2023 Bull. Georg. Natl. Acad. Sci. 
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The metabotropic glutamate receptor 5 (mGluR5) 
is an essential regulator of excitatory and inhibitory 
transmission in the brain. Its improper activity is 
associated with several neurological and psychia- 
tric disorders [1]. In nonneuronal cells, overexpre- 
ssion of mGluR5 is correlated with cancer prog- 
ression [2]. The main part of the receptor is locali- 
zed in the plasma membrane, and a lesser amount 

of the receptor is found in the nuclear and endoplas- 
mic membranes. In the nuclear membranes, 
mGluR5 appears tethered in place via its C-termi- 
nal domain interactions with the DNA/chromatin. 
By stably anchoring on the chromatin, nuclear 
mGluR5 regulates transcription and chromosomal 
activities [3]. However, the mechanisms responsi- 
ble for controlling the internalization of mGluR5 
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have not been fully characterized, despite their 
clear importance for receptor function. 

 Group I/5 mGluR receptors are regulated via 
dynamic protein-protein interactions. In addition to 
the guanine nucleotide-binding proteins (G pro- 
teins), mGluR5 interacts with many other proteins. 
Several protein kinases, scaffolding, and adaptor 
proteins were found to bind directly to the 
mGluR1/5 receptors [4]. Constitutive or activity-
dependent interactions between mGluR1/5 and 
their interacting partners modulate trafficking, 
anchoring, and expression of the receptors. Among 
others, mGluR5, via the PDZ domain, binds to 
CAL/Gopc/PIST and NHERF/EBP50 proteins [5]. 
These proteins can selectively modulate the 
trafficking of mGluR5, which may contribute to 
specific intracellular signaling of mGluR5. In 
lymphocytes, both proteins bind to the mGluR1/5 
that modulates the trafficking of other PDZ-
domain-containing proteins, like CFTR (cystic 
fibrosis transmembrane conductance regulator) [6]. 

It has been suggested that the mGluR5 may 
regulate various physiological processes, including 
the sleep/wakefulness cycle. [7] mGluR5 avai- 
lability increases by 10% during the sleep phase in 
rats [8] and a circadian pattern of mGluR5 
availability has been demonstrated in healthy 
individuals [9]. mGluR5 activity can alter various 
metabolic processes, including the tryptophan-
melatonin pathway. Glutamate, through activation 
of mGluR5, can increase the N-acetylserotonin/ 
melatonin ratio in cells, which changes the survival 
of cells through activation of the TrkB receptor 
[10]. The activation of TrkB by N-acetylserotonin 
fluctuates in a circadian rhythm [11], which, for its 
part, is regulated by various endocrine compounds, 
including melatonin. Melatonin is one of the most 
frequently measured circadian markers. In health, 
sleep propensity increases approximately two hours 
after melatonin secretion rises, and these levels 
remain high in nighttime darkness [12]. However, 
the involvement of the intracellular mGluR5 in the 
mitochondrial melatonergic pathway is unknown. It 

should be noted that sleep deprivation, the light-
induced suppression of melatonin, and lifestyle 
changes are important mechanisms that could 
explain the possible link between shift work and 
cancer risk [13]. Thus, when circadian homeostasis 
is disrupted, deregulation of the immune system 
produces immune suppression and the accelerated 
development of tumors. An important connection 
between the oncostatic effects of melatonin and cir- 
cadian machinery is its ability to reduce the levels 
of c-Myc, which leads to antitumor and antiprolife- 
rative effects [14]. However, the extent of melato- 
nin's involvement in regulating mGluR5 activity in 
immune cells remains unclear. Therefore, we inves- 
tigated the effect of melatonin on mGluR5 expre- 
ssion and activity in Jurkat lymphoid cells. 

 
Material and Methods 

Cell line. Jurkat cells (clone E6-1, a human acute 
T-cell leukemia cell line) were purchased from 
ATCC (Manassas, VA, USA) and cultured in 
suspension in RPMI 1640 medium supplemented 
with 10% Fetal Bovine Serum (Invitrogen, USA), 
1% (v/v) sodium pyruvate, 1% l-glutamine, and 
100 Units/ml penicillin–streptomycin (Invitrogen, 
USA). The cultured cells were kept under humidity 
and at 37°C in a 5% CO2 incubator. The Jurkat cells 
were seeded onto a 96-well plate at a density of 
1×105 cells/well.  
 
Cell lysate preparation and subcellular fractio- 
nation. Cells (1×105 cells) were incubated with  
10-6 M melatonin for a 24 h. The viability of cells 
was measured using a trypan blue colorimetric 
assay. Incubated cells were lysed using a hypotonic 
buffer (20 mM Tris-HCl, pH 7.4, 10 mM KCl, 
2 mM MgCl2, 1 mM EGTA, 0.5 mM DTT, 0.5 mM 
PMSF, 0.1% IGEPAL and passed through a 25 Ga 
needle 10 times using a 1 mL syringe. Subcellular 
fractions of Jurkat cells were obtained after the lysis 
of cells by sequential centrifugation, as described 
previously [15]. The nuclear pellet was obtained 
from a 7-min 1000 g spin, the plasma membrane 
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fraction from a 20-min 20 000 g spin, the micro- 
somal fraction from a 1-h 100 000 g spin, and the 
cytoplasm from the remaining supernatant. Proteins 
obtained from subcellular fractionation were 
resuspended by buffer A (20 mM HEPES, 150 mM 
NaCl, 1 mM DTT, 10 mM EDTA, 2 mM EGTA, 
0.1% SDS, 1% Triton x-100, 1% CHAPS, 0.5% 
IGEPAL, 0.1% BSA, pH 7.5, and protease 
inhibitors) incubated overnight at 4°C temperature 
and re-centrifuged for 40 min at 14.000×g. Solubi- 
lized supernatants were used for Western blotting. 

 
Immunoprecipitation and Western blotting. 
Aliquots of protein fractions with similar protein 
amounts were incubated overnight at 4°C with 
mGluR5 antibody-bound protein A/G-Agarose 
beads. After washing, the protein A/G-Agarose 
pellets were resuspended in 100 mM glycine at a 
pH of 3.0 for 10 min, and then to eluates a 
pretitrated volume of 1.0 M Tris (pH 9.5) was 
added to adjust the pH to 7.4. Protein complexes in 
the supernatants after centrifugation (2,500×g, 
10 min) were analyzed by Western blotting. 

For immunoblotting experiments, 50-70 µg of 
protein was separated by SDS-polyacrylamide gel 
electrophoresis and transferred to nitrocellulose 
sheets. Labeled bands were visualized using enhan- 
ced chemiluminescence (Amersham, California, 
USA) and analyzed by densitometric scanning. 
Protein concentrations were determined using a 
BCA protein assay kit (Pierce). Differences in 
loading were corrected using the quantification of 
the total protein amount, and immunoblot signals 
were normalized to the controls. 
 
ERK and Akt phosphorylation assay. Nuclei (50-
80 µg) were incubated in the medium containing 
10 mM glutamate, 2 mM ATP, 25 mM KCl, 2 mM 
MgCl2, 10 mM HEPES, 0.1 M sucrose, pH 7.5. In 
corresponding experiments, 10 µM MPEP (2-
methyl-6-(phenylethynyl) pyridine) (mGluR5 anta- 
gonist) were added. The samples were incubated 

1 h, and ERK, pERK, Akt, and pAkt were analyzed 
by Western blotting. 

 
Statistical analysis. All data are presented as mean 
± SEM. Statistical analysis was performed by one-
way ANOVA, followed by Scheffe’s post hoc com- 
parison test. P<0.05 was considered statistically 
significant. 

 
Results 

To determine the specific subcellular membranes 
where mGluR5 is localized, we employed centrifu- 
gation-based fractionation of cell structures follo- 
wed by Western blot analysis. Considering the low 
constitutive expression of mGluR5 in Jurkat cells 
[16], we concentrated the receptor using anti-
mGluR5 loaded protein A/G-agarose. Our results 
demonstrate a significant enrichment of mGluR5 in 
20,000xg precipitates and the microsomal fraction, 
which mainly consists of plasma and endoplasmic 
membranes, respectively. Conversely, mGluR5 
expression in nuclear membranes was relatively 
minimal. Nevertheless, the treatment of cells with 
melatonin increased the content of mGluR5 in 
nuclear membranes (Fig. 1A). 

Immunohistochemical investigations reveal a 
similar expression pattern between the NHERF1 
scaffold protein and mGluR5, suggesting a possible 
relationship between these proteins [17]. Notably, 
NHERF1 has been shown to modulate the activity 
of mGluR5 selectively. In light of this, we conduc- 
ted co-immunoprecipitation experiments to exami- 
ne the association between NHERF1 and mGluR5. 
To assess the potential co-localization of mGluR5 
with NHERF1, aliquots eluted from anti-mGluR5-
protein A/G-agarose beads were blotted against 
anti-NHERF1 and anti-mGluR5. Our findings con- 
firm that mGluR5 co-immunoprecipitates with 
NHERF1, particularly in the plasma and microso- 
mal membranes (Fig. 1B). These data support the 
hypothesis that the NHERF1 scaffold protein may 
be involved in the trafficking and regulation of 
mGluR5 [18]. Importantly, that melatonin increa- 
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ses the content of mGluR5-bound NHERF1 in mic- 
rosomal and nuclear fractions while decreasing it in 
plasma membranes and cytosol fractions. This sug- 
gests that mGluR5 may undergo translocation bet- 
ween the cytosol and ER membranes facilitated by 
the involvement of the NHERF1 scaffold protein. 

 

 
Fig. 2. mGluR5-dependent phosphorylation of ERK in 
the nuclei of Jurkat cells after treatment with melatonin. 
A- Western blot; B-Quantification of Western blots.  

 
Besides canonical Gq-dependent signaling, 

mGluR5 mediates noncanonical b-arrestin-depen- 
dent ERK activation [19], To investigate the 
potential involvement of the nuclear mGluR5 
receptor in activating ERK, we conducted an 
experiment using the nuclear fraction incubated 
with glutamate, with and without the mGluR5 
antagonist MPEP. Subsequently, we measured the 
levels of phosphorylated ERK. Our results showed 
that in the control cells, both the glutamate-
dependent phosphorylation of ERK and the overall 
content of ERK were lower compared to cells 
treated with melatonin (Fig. 2). These findings 
strongly indicate that melatonin enhances the 

content and activity of mGluR5, specifically within 
the nuclear fractions of Jurkat cells. Thus, the 
activation of nuclear mGluR5 leads to an enhan- 
cement in the activity of the ERK protein kinase. 

Next, we examined the impact of mGluR5 on 
the activity of another regulatory protein kinase, 
Akt. We assessed the phosphorylation status of Akt 
and found that it remained unchanged following 
cell treatment with melatonin, as well as in the 
presence of both mGluR5 agonist and antagonist 
(data not shown). These observations suggest that 
mGluR5 signaling does not directly influence the 
phosphorylation of Akt in the specific experimental 
context of our study. 

 
Discussion 
Our study has shown that melatonin treatment 
resulted in increased mGluR5-dependent activation 
of ERK in the nuclear fractions of the Jurkat cells. 
This indicates that melatonin may play a crucial 
role in enhancing mGluR5 activity within lymphoid 
cells, consequently leading to increased ERK 
protein kinase activity. Furthermore, our study 
revealed that melatonin treatment led to the 
redistribution of NHERF1, a scaffold protein, from 
the cytosol and plasma membranes to the endo- 
plasmic and nuclear membranes. NHERF1 inte- 
racts with and regulates various proteins, including 
G-protein coupled receptors, and serves as a linker 

    A                          B 

 
Figs. 1A and 1B. Immunoblot and densitometry analysis of co-immunoprecipitated mGluR5(A) and NHERF(B) in 
subcellular fractions after treatment of Jurkat cells with melatonin. C-cytosol; N-nuclear; M-microsomal and P-
plasma membranes fractions. 
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between integral membrane and cytoskeletal 
proteins. These interactions can protect signaling 
molecules from inactivation and contribute to the 
subcellular localization of proteins involved in the 
signaling pathway, thereby positioning NHERF1 as 
a coordinator of multiple signaling pathways [20].  

In conclusion, our study provides evidence for 
the involvement of intracellular in the activation of 
ERK. The results indicate that melatonin induces 
the redistribution of NHERF1 and enhances the 

activity of mGluR5 in Jurkat cells, resulting in 
increased ERK protein kinase activity. These 
findings contribute to the existing data on mGluR5, 
melatonin, and their roles in cellular signaling, 
circadian regulation, and potential implications for 
sleep and disease processes. Further research is 
warranted to explore the precise mechanisms and 
downstream effects of nuclear mGluR5 activation 
on cellular functions. 

 

ბიოქიმია 

მელატონინი Jurkat-ის ლიმფოიდურ უჯრედებში იწვევს 
mGluR5 და NHERF1 ჰეტეროკომპლექსის გადანაწილებას 

ნ. ნარმანია*,**, მ. სეფაშვილი*,**, დ. მიქელაძე*,**,§ 
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ფაკულტეტი, თბილისი, საქართველო  
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§ აკადემიის წევრი, საქართველოს მეცნიერებათა ეროვნული აკადემია, თბილისი, საქართველო 

mGluR5 ტვინში არეგულირებს სხვადასხვა ფიზიოლოგიურ პროცესებს, მათ შორის, ძილ-ღვი- 
ძილის ციკლს. ცენტრალურ ნერვულ სისტემაში ლოკალიზაციის გარდა, mGluR5 ასევე ექსპრე- 
სირდება იმუნურ უჯრედებშიც. ხშირ შემთხვევაში, mGluR5-ის აქტივაცია პერიფერიულ უჯ- 
რედებში ხელს უწყობს სიმსივნის ზრდას და იწვევს ნეოპლასტიკურ ტრანსფორმაციას. მელა- 
ტონინი, ნაერთი რომელიც არეგულირებს ცირკადულ რითმს, პირიქით, ასუსტებს ნეოპლას- 
ტიკურ ტრანსფორმაციას და თრგუნავს სიმსივნის განვითარებას, ჩვენ მიერ გამოკვლეული 
იყო მელატონინის ეფექტი mGluR5-ის ექსპრესიაზე Jurkat-ის ლიმფოიდურ უჯრედებში. ცდე- 
ბის შედეგად გაირკვა, რომ mGluR5 ლოკალიზებულია პლაზმურ მემბრანასა და მიკრო- 
სომებში, ხოლო შედარებით მცირე რაოდენობით იგი გვხვდება ბირთვებსა და ციტოზოლში.  
გარდა ამისა აღმოჩნდა, რომ მელატონინის თანაობისას იზრდება mGluR5-ის ექსპრესია უჯრე- 
დების ბირთვებში. დადგინდა, რომ mGluR5 ლოკალიზებულია NHERF1 ცილასთან ერთად, 
რაც მიუთითებს ამ ცილის პოტენციურ როლზე mGluR5-ის ტრეფიკინგსა და რეგულაციაში.  
აღსანიშნავია, რომ მელატონინით დამუშავებული უჯრედების ბირთვულ ფრაქციაში დაფიქ- 
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სირდა ERK- პროტეინკინაზას mGluR5-დამოკიდებული ფოსფორილირების ზრდა. გამოთქ- 
მულია მოსაზრება ახალ მექანიზმზე, რომლითაც მელატონინი არეგულირებს mGluR5-ის 
ექსპრესიას და აქტივობას იმუნურ უჯრედებში. 

REFERENCES 

1. Carey C., Singh N., Dunn J.T. et al. (2022) From bench to bedside: the mGluR5 system in people with and 
without autism spectrum disorder and animal model systems. Transl Psychiatry., 12: 395.  

2. Kou W., Huang H., Dai S. et al. (2022) mGluR5 promotes the progression of multiple myeloma in vitro via Ras–
MAPK signaling pathway. Adv Clin Exp Med., 31(8): 881–888. 

3. Sergin I., Jong Y.J.I., Harmon S.K., Kumar V. and O'Malley K.L. (2017) Sequences within the C terminus of the 
metabotropic glutamate receptor 5 (mGluR5) are responsible for inner nuclear membrane localization. Journal 
of Biological Chemistry., 292(9): 3637-3655.  

4. Mao L.-M., Bodepudi A., Chu X.-P., Wang J.Q. (2022) Group I metabotropic glutamate receptors and 
interacting partners: An Update. Int. J. Mol. Sci., 23: 840. 

5. Paquet M., Asay MJ., Fam SR., Inuzuka H., Castleberry AM., Oller H., Smith Y., Yun CC., Traynelis SF., Hall 
RA. (2006) The PDZ scaffold NHERF-2 interacts with mGluR5 and regulates receptor activity. J Biol Chem., 
281(40): 29949-61.  

6. Shanshiashvili L.V., Dabrundashvili N., Natsvlishvili N., Kvaratskhelia E., Zhuravliova E., Barbakadze T., 
Koriauli S., Maisuradze E., Topuria T., Mikeladze DG. (2012) mGluR1 interacts with cystic fibrosis 
transmembrane conductance regulator and modulates the secretion of IL-10 in cystic fibrosis peripheral 
lymphocytes. Mol Immunol., 51(3-4): 310-5.  

7. Kordestani-Moghadam P., Nasehi M., Khodagholi F., Vaseghi S., Zarrindast MR., Khani M. (2020) The 
fluctuations of metabotropic glutamate receptor subtype 5 (mGluR5) in the amygdala in fear conditioning model 
of male Wistar rats following sleep deprivation, reverse circadian and napping. Brain Res., 1734: 146739. 

8. Elmenhorst D., Mertens K., Kroll T., Oskamp A., Ermert J., Elmenhorst E.M., Bauer A. (2016) Circadian 
variation of metabotropic glutamate receptor 5 availability in the rat brain. J. Sleep Res., 25 (6): 754–761. 

9. DeLorenzo C., Gallezot, J.D., Gardus J., Yang J., Planeta B., Nabulsi N., Esterlis I. (2017) In vivo variation in 
same-day estimates of metabotropic glutamate receptor subtype 5 binding using. J. Cerebr. Blood Flow 
Metabol., 37 (8): 2716–2727.  

10. Anderson G. (2023) Tumor microenvironment and metabolism: role of the mitochondrial melatonergic pathway 
in determining intercellular interactions in a new dynamic homeostasis. Int. J. Mol. Sci., 24: 311.  

11. Jang S.W., Liu X., Pradoldej S., Tosini G., Chang Q., Iuvone PM., Ye K. (2010) N-acetylserotonin activates 
TrkB receptor in a circadian rhythm. Proc Natl Acad Sci USA., 107(8): 3876-81.  

12. Zisapel N. (2018) New perspectives on the role of melatonin in human sleep, circadian rhythms and their 
regulation. Br. J. Pharmacol., 175 (16): 3190–3199.  

13. Rodríguez-Santana C., Florido J., Martínez-Ruiz L., López-Rodríguez A., Acuña-Castroviejo D., Escames G. 
(2023) Role of melatonin in cancer: effect on clock genes. Int. J. Mol. Sci., 24: 1919.  

14. Liu Z., Selby C. P., Yang Y., A. L., Cao X., Eynullazada K. & Sancar A. (2020) Circadian regulation of c-MYC 
in mice. Proc. Natl. Acad. Sci., USA, 117(35): 21609-21617.  

15. Thomas P., Pang Y., Dong J., Groenen P., Kelder J., de Vlieg J., Zhu Y., Tubbs C. (2007) Steroid and G protein 
binding characteristics of the seatrout and human progestin membrane receptor alpha subtypes and their 
evolutionary origins. Endocrinology., 148(2): 705-718.  

16. Pacheco R., Ciruela F., Casadó V., Mallol J., Gallart T., Lluis C. & Franco R. (2004) Group I metabotropic 
glutamate receptors mediate a dual role of glutamate in T cell activation. Journal of Biological Chemistry., 279 
(32): 33352-33358.  

17. Shanshiashvili L., Tsitsilashvili E., Dabrundashvili N., Kalandadze I., Mikeladze D. (2017) Metabotropic 
glutamate receptor 5 may be involved in macrophage plasticity. Biological Research., 50(1): 1-9.  

18. Filippov A.K., Simon J., Barnard E.A., Brown D.A. (2010) The scaffold protein NHERF2 determines the 
coupling of P2Y1 nucleotide and mGluR5 glutamate receptor to different ion channels in neurons. J Neurosci., 
30(33): 11068-11072.  

19. Stoppel L.J., Auerbach B.D., Senter R.K., Preza, A.R., Lefkowitz R.J. and Bear M.F. (2017) β-Arrestin2 couples 
metabotropic glutamate receptor 5 to neuronal protein synthesis and is a potential target to treat fragile X. Cell 
Reports., 18(12): 2807-2814.  

20. Weinman E.J., Hall R.A., Friedman P.A., Liu-Chen L.Y., Shenolikar S. (2006) The association of NHERF adaptor 
proteins with G protein-coupled receptors and receptor tyrosine kinases. Annu Rev Physiol., 68: 491–505.  

Received June, 2023 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. 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 best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


