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Abstract

Background: Brain aging is a multi-factorial process due to both genetic and environmental factors. The zebrafish
has recently become a popular model organism for examining aging and age-related diseases because as in
humans they age gradually and exhibit cognitive decline. Few studies have examined the biological changes in the
aging brain that may contribute to these declines and none have examined them within individuals with respect to
gender. Our aim was to identify the main genetic pathways associated with zebrafish brain aging across gender. We
chose males and females from specific age groups (young, 7.5-8.5 months and old, 31-36 months) based on the
progression of cognitive decline in zebrafish. RNA was isolated from individual brains and subjected to microarray and
qPCR analysis. Statistical analyses were performed using a two-way ANOVA and the relevant post-hoc tests.

Results: Our results demonstrated that in the brains of young and old male and female zebrafish there were over 500
differentially expressed genes associated with multiple pathways but most notably were those related to neurogenesis
and cell differentiation, as well as brain and nervous system development.

Conclusions: The gene expression of multiple pathways is altered with age and differentially expressed in males and
females. Future studies will be aimed at determining the causal relationships of age-related changes in gene expression
in individual male and female brains, as well as possible interventions that counteract these alterations.
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Background
Both genetic and environmental factors contribute to
brain aging and there is individual variation in these
age-related changes. When working on processes that
are associated with brain aging, gene expression profiling
provides an efficient platform to observe the genetic ac-
tivity at both an individual, and an organismal level.
While many different model organisms have been used
to examine the effects of aging, recently the zebrafish
has become a popular model to study aging due to the
ease with which genetic and environmental causes can
be studied (reviewed in [1]). Zebrafish on average live
about three years and age gradually like mammals [2].
They have an integrated nervous system and exhibit ad-
vanced behavioral properties like memory and social be-
haviors [3]. Moreover, it was demonstrated that aged
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zebrafish exhibit declines in spatial memory between 1
and 3 years [2,4]. In addition, senescence associated β-
galactosidase (SA β-gal), which is a biomarker of aging,
increases in a linear fashion with advancing age in zebra-
fish [5]. Thus, both behaviorally and biologically zebra-
fish show similar signs of aging as mammals.
The zebrafish genome is highly similar to the human

genome and there are orthologs for 70% of the human
genes [6]. However, currently there have not been any
studies that systematically compared gene expression
levels in individual young adult versus old male and fe-
male zebrafish brains. The existing studies either used
undefined age groups, pooled samples, or ignored pos-
sible gender interactions. For example, one study exam-
ined the gene expression differences between mature
male and female zebrafish, and the authors observed
that forty-two genes were differentially expressed in in-
dividual brains between the sexes [7]. This study did not
report the ages of the animals used but gave the body
lengths and weights of the animals, which indicated that
the fish were mature adults. Another study investigated
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Figure 1 A Venn diagram showing the number of differentially
expressed transcripts. There were 909 transcripts in Male vs Female
and 1543 transcripts in Young vs Old comparisons. Two-hundred ten
of differentially expressed transcripts were common to both lists.
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the gene expression in the pineal glands and the brains
of larval, 3 months old and 1-2 years old zebrafish [8], in
which both the pineal gland samples and the brain sam-
ples were pooled and then analyzed. The results showed
differential expression in larval and adult stages but re-
ported no effects of gender. Microarray experiments
have also been performed after starvation treatment in
adult female zebrafish of 5-7 months of age [9], and only
female fish were used in order to eliminate gender ef-
fects. In another study, the same group found that genes
are differentially expressed in the zebrafish brain with
respect to behaviorally distinct strains of fish [10]. Thus,
genes are differentially regulated with respect to age
and gender within individual subjects, and in order to
determine the contributions to brain aging among indi-
viduals, one needs to understand the similarities and
differences within subjects of specific ages and of differ-
ent gender.
In this study, our aim was to identify the main genetic

pathways that are associated with zebrafish brain aging
that may contribute to cognitive decline. We chose spe-
cific age groups based on the progression of cognitive
decline that occurs across the lifespan of the zebrafish
and we utilized both male and female brains since it has
been well-documented that like other mammals zebra-
fish brains are sexually dimorphic [11,12]. By using indi-
vidual brains from males and females at specific ages
and not pooled samples, we were able to determine
whether there was variability among individuals. Our re-
sults demonstrated that over 500 genes were differen-
tially expressed and multiple pathways are associated
with these genes. The most notable were those related
to neurogenesis and cell differentiation, as well as brain
and nervous system development.

Results
Zebrafish exhibit age and gender related gene expression
differences
A full list of 15,617 probesets with their corresponding
p-values and Gene Ontology (GO) annotations are given
in Additional file 1. In the same file, the probesets that
were significant for female vs. male (FvsM), young vs.
old (YvsO) and age by gender (AbyG) comparisons can
be found. There were 909 differentially expressed tran-
scripts in the female vs. male comparison, whereas 1543
transcripts were found in young vs. old comparison and
210 transcripts were common in both lists (Figure 1).
The analysis of the age by gender interaction showed
that 495 transcripts were significantly different (0.05 >
p > -0.05) (Additional file 1, Column H and Sheet 4).
Thus, some genes are affected by age, gender and an age
by gender dependency. At the time the lists were anno-
tated, 2875 probesets out of 15,617 did not have a gene
symbol but these were still associated with GO terms.
Zebrafish transcripts are diversely enriched in Gene
Ontology descriptions by age and gender
We classified the transcripts according to the GO de-
scriptions. A graphical representation of GO terms dis-
tribution is shown in Additional file 2 for the female vs.
male comparison and the young vs. old comparison.
These figures show a general network of all the terms
that are differentially expressed in either comparison
and through these, interactions between the descriptions
can be examined. We analyzed the list of all the GO
terms that were significantly different in the two com-
parisons. Of particular interest to us, we found that for
both the male versus female and old versus young com-
parisons, genes belonging to the following classifications
were significantly changed; cell differentiation, neuro-
genesis, growth, cell proliferation, and development. In
Table 1, the list of the selected GO terms is given. All of
the descriptions that were listed were found to be sig-
nificant (p < 0.05). The number of significant genes are
given in the column X. Enrichment percentages are also
given (Column E). All of the categories were enriched in
male when compared for gender, and in young when
compared for age. Thus, there are decreases in these
genes in old animals compared to young and in females
as compared to males. A full list of the GO terms can be
found in Additional file 3 for both the female versus
male and young versus old comparisons.

Eight genes were selected for microarray validations
We validated our microarray results by using quantita-
tive real-time Polymerase Chain Reaction (qPCR). Before
doing this we encountered two major limitations; first,



Table 1 Gene Ontology comparisons by gender and age

F vs. M comparison Y vs. O comparison

Description GO ID X E X E

Cellular component 5575 371 74% male 624 72% young

Biological process 8150 337 76% male 560 73% young

Cellular process 9987 176 77% male 336 75% young

Cell differentiation 30154 28 79% male 54 87% young

Regulation of gene expression 10468 31 68% male 49 80% young

Nervous system development 7399 35 83% male 45 86% young

Anatomical structure morphogenesis 9653 37 84% male 59 85% young

Neurogenesis 22008 18 78% male 30 83% young

Generation of neurons 48699 17 76% male 27 81% young

Angiogenesis 1525 10 90% male 12 75% young

Brain development 7420 13 69% male 18 94% young

All of the Gene Ontology Identification Numbers (GO IDs) listed here are significant (p < 0.05) in both young vs. old and female vs. male comparisons. X, Number
of significant genes in the list; E, Enrichment.

Arslan-Ergul and Adams BMC Neuroscience 2014, 15:29 Page 3 of 11
http://www.biomedcentral.com/1471-2202/15/29
not all the zebrafish probesets are annotated and sec-
ondly, we had a very small amount of RNA since we did
not pool our samples. So we chose not to test large
numbers of genes and selected a small set to validate the
microarray results. We chose parvalbumin 8 (pvalb8),
peroxisome proliferator-activated receptor gamma, coac-
tivator 1 beta (ppargc1b), and insulin-like growth factor
2 mRNA binding protein 3 (igf2bp3) primarily because
they were among the genes that exhibited the highest
fold change. We selected insulin-like growth factor bind-
ing protein 2a (igfbp2a), insulin-like growth factor 1
(igf1), acetylcholinesterase (ache), SMAD specific E3
ubiquitin protein ligase 2 (smurf2), and LIM domain
only 4a (lmo4a) because they were listed in GO terms
that were significantly different in our comparisons. All
of the selected genes for qPCR analysis have human and
mouse homologues as listed in Table 2.
From the microarray data, we generated a box-plot

diagram showing the expression levels of the selected
genes (Additional file 4). Here, we see that all of the
genes exhibited a considerable amount of variation
among samples; with the greatest variation observed in
Table 2 Genes selected for qPCR validation

Gene symbol (Zebrafish) Gene name

igf2bp3 Insulin-like growth factor 2 mRNA binding p

ache Acetylcholinesterase

igf1 Insulin-like growth factor 1

pvalb8 parvalbumin 8

ppargc1b peroxisome proliferator-activated receptor g

smurf2 SMAD specific E3 ubiquitin protein ligase 2

lmo4a LIM domain only 4a

igfbp2a insulin-like growth factor binding protein 2a

In this table the gene name as well as the symbol for zebrafish and the human and
ppargc1b, and the lowest in igfbp2a. We also added
beta-actin (bactin1) in this box-plot representation. It is
interesting to note that while beta-actin had a very high
expression level in all tissues, it did not show any vari-
ation; its expression remained stable among the samples.
Because of this, we decided to take beta-actin as our ref-
erence gene for the qPCR experiments. In order to see
the individual differences among the samples, we
graphed each sample with their corresponding expres-
sion values (Additional file 5). Here, the samples are
grouped into female-young (FY), female-old (FO), male-
young (MY), and male-old (MO). While bactin was
stable among and within groups, other genes showed
differential variability. Ache, igfbp2a, pvalb8, and igf1
had higher expression in the MY group, whereas
igf2bp3a, ppargc1b, and lmo4a favored both the MY and
FY groups. Smurf2, on the other hand, had higher ex-
pressions in the MO group.

qPCR results were in accordance with microarray results
Full statistical reports for both the microarray and qPCR
analysis of the selected genes can be found in Additional
Human ortholog Mouse ortholog

rotein 3 IGF2BP3 Igf2bp3

ACHE Ache

IGF1 Igf1

OCM2 Ocm

amma, coactivator 1 beta PPARGC1B Ppargc1b

SMURF2 Smurf2

LMO4 Lmo4

IGFBP2 Igfbp2

mouse orthologues are listed.
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file 6. This file is a series of SPSS report sheets of a two-
way ANOVA test with both the F-values and corrected
p-values, followed by univariate analysis and post-hoc
tests.
Figure 2 shows the microarray and qPCR results for

igf1, igf2bp3, and igfbp2a. Igf1 is a polypeptide hormone,
which is synthesized mainly in liver but also in brain. It
serves as a neurotrophic factor during development [13].
In general, the insulin/IGF1 pathways and related genes
have been shown to have an effect on lifespan in model
organisms [14] and variations in the genes of this path-
way have been found to be associated with human life-
span [15,16]. Igf1 was affected significantly by age and
gender in both the microarray (F3, 8 = 19.130, p = 0.01)
and qPCR (F3, 8 = 5.096, p = 0.029) experiments. Accord-
ing to our microarray results, igf1 levels increased signifi-
cantly in males when compared to females (p = 0.0001)
and decreased in aged animals (p = 0.0324) (Figure 2A,
left). Similarly, qPCR revealed a significant increase in
males (p = 0.009) and a decrease in aged fish (Figure 2A,
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Figure 2 Relative expression values from microarray and real-time PC
the x-axis are the relative expressions in each group. In each graph the valu
M; male, Y; young, O; old. Error bars indicate the standard error, n = 6. *: p
right). In addition, we analyzed the individual group differ-
ences in igf1 for both the microarray and qPCR data. Igf1
levels were highest in the young and old males as com-
pared to the female groups (all p-values ≤ 0.031, micro-
array; p = 0.037 (old females vs. young males), qPCR;
Additional files 5 and 6).
Igf2bp3 (also known as IMP3 in human) binds to

insulin-like growth factor 2 (igf2) mRNA on the 5′-Un-
translated Region (UTR), thus regulating the expression
of igf2, which is essential for fetal development [17].
Igf2bp3 was significantly associated with aging and gen-
der according to the microarray (F3, 8 = 37.572, p <
0.005) and qPCR experimental results (F3, 8 = 18.055,
p = 0.001). Igf2bp3 exhibited a significant decline with
aging in the microarray and qPCR (p ≤ 0.005) data
(Figure 2B). When individual group differences of
igf2bp3 levels were examined, we found that both young
males and females had higher amounts of expression than
old males and females (all p-values ≤ 0.002, microarray;
p-values ≤ 0.001 (young females vs. old males and females),
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qPCR; Additional files 5 and 6). Similar results were ob-
tained for igfbp2a, which showed an interaction in the
microarray (F3, 8 = 6.176, p = 0.018) experiments. Igfbp2a
is a secreted protein, which binds directly to igf. In zebra-
fish, the highest expression has been found to be in liver
and the next highest level in the brain [18]. In our results,
there was a decline with age (p = 0.009) and also in fe-
males relative to males (p = 0.034) (Figure 2C, left).
The ache gene product, acetylcholinesterase (ACHE) is

produced in the brain by cholinergic neurons. It is re-
quired for hydrolysis of acetylcholine and it has important
roles in zebrafish development as revealed by experiments
using ache mutants [19]. ACHE inhibitors are investigated
largely as a treatment option for Alzheimer’s disease and
an interaction was found between ache and presenilin-1
levels [20]. In our experiments, ache showed a decreased
expression during aging (p = 0.0005) and an increased ex-
pression in males as compared to females (p = 0.0113)
(Figure 3A). Moreover, in the microarray data we observed
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Figure 3 Relative expression values from microarray and real-time PC
the x-axis are the relative expressions in each group. In each graph the valu
M; male, Y; young, O; old. Error bars indicate the standard error, n = 6. *: p
significant decreases in ache expression levels in old fe-
males and males as compared to young females and males
(all p-values ≤ 0.026; Additional files 5 and 6). Similarly,
both ppargc1b (p = 0.0096) (Figure 3B) and lmo4a (p =
0.023) (Figure 3C) exhibited a significant decrease in aged
animals. Ppargc1b is a coactivator of peroxisome prolifera-
tor activated receptor gamma (PPARγ), involved in lipid
metabolism and regulates oxidative metabolism [21].
Lmo4a (LMO4 in human) is expressed in the telencephalon
in zebrafish [22]. In humans, LMO4 is a suspected onco-
gene since it is found to be inhibiting the breast cancer type
1 susceptibility protein (BRCA1) activity [23]. In a thorough
analysis of small nucleotide polymorphisms (SNPs) associ-
ated with human longevity and disease-free survival, LMO4
was listed as a near gene to a SNP locus [24].
Not much is known about the pvalb8 (also known as

pvalb3a) protein. As a family, parvalbumins are calcium
binding, low molecular weight proteins. Pvalb is ex-
pressed in GABAergic interneurons [25]. Pvalb8 was
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found to be orthologous to mammalian oncomodulin
(OCM). In our data, dramatic changes were observed in
pvalb8 expression levels (Figure 4A). Overall pvalb8 was
significantly different in both the microarray (F3, 8 =
14.004, p = 0.002) and qPCR (F3, 8 = 52.133, p ≤ 0.005)
experiments. Specifically, there was a significant increase
in males with respect to females (p = 0.008, microarray;
p ≤ 0.005, qPCR) and a significant decrease during aging
(p = 0.001, microarray; p ≤ 0.005, qPCR). More interest-
ingly, pvalb8 expression exhibited a significant age by
gender interaction (p = 0.027, microarray; p < 0.005,
qPCR). In individual groups, young males had higher
levels of pvalb8 expression than young females and old
males and females (all p-values ≤ 0.014, microarray; p =
0.0001 (old females vs. young males), qPCR; Additional
files 5 and 6).
Smurf2 expression is increased during replicative sen-

escence [26]. It has been shown that up-regulation of
smurf2 alone without DNA damage is sufficient to drive
fibroblasts into senescent state [26]. Replicative senes-
cence is a consequence of progressive telomere shorten-
ing, which happens during the natural aging process in
organisms. Smurf2, in our study, showed an overall sig-
nificant change in both the microarray (F3, 8 = 5.746,
p = 0.021) and in qPCR (F3, 8 = 7.302, p = 0.011) data
(Figure 4B, left and right, respectively). There was an ef-
fect of gender (p = 0.048, microarray; p = 0.029, qPCR)
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Figure 4 Relative expression values from the microarray and real-tim
x-axis are the relative expressions in each group. In each graph the value fo
M; male, Y; young, O; old. Error bars indicate the standard error, n = 6. *: p
and an increase during aging (p = 0.009, microarray; p =
0.009, qPCR). Moreover, an analysis of individual groups
demonstrated a lower level in smurf2 expression levels
in young males and females as compared to old males
(p = 0.022 young females vs. old males, microarray;
p-values ≤ 0.038, qPCR; Additional files 5 and 6).

Discussion
In this study, we examined the gene expression level
changes that occur during normal aging, as well as the
relationship with gender in zebrafish. For this we chose
male and female fish at distinct ages; 7.5-8.5 months old
fish for the young group and 31-36 month old fish for
the old group. These ages were chosen because the cog-
nitive changes that have been described in zebrafish cor-
respond to these age groups [4]. Moreover, studies that
have examined adult fish at distinct age groups are lim-
ited [7,8,10], and to our knowledge there are no studies
of gene expression profiling of zebrafish brains in young
and old, male and female adults at specific ages. Sexually
dimorphic differences have been documented in the zeb-
rafish brain [11,12]. In these studies, for example, the
amount and pattern of cell proliferation in the brain is
different between male and female zebrafish. To our
knowledge, there are no studies that describe the gene
expression differences with respect to an interaction
with age and gender in the zebrafish brain. Another
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distinct advantage of our study was that we used individ-
ual brains, whereas other studies employed pooled
brains due to small size of the sample. We overcame this
problem by using RNA amplification steps prior to the
microarray experiments and also by using only high
quality RNA samples and highly efficient primers.
A study by Sreenivasan et al. [27] reported a sexually

dimorphic pattern of gene expression in the zebrafish
gonad and brain by using expressed sequence tags
(ESTs). They generated a gonad-derived zebrafish cDNA
microarray. They observed 24 candidate genes that
showed a sexually dimorphic pattern but none of these
genes were found among our list of genes that were af-
fected by gender. This was probably due to the differ-
ence in starting material. In the Sreenivasan et al. study
gonads were used as starting material and in our study
we utilized brains. However, we did observe that the
genes anti-Müllerian hormone (amh) and Wilms’ tumor
suppressor gene 1 (wt1a) expression favored males and
presenilin-1 (pre1) favored females in both studies.

Various GO classifications are affected by gender and age
in zebrafish
In the list of GO terms (Table 1), we chose general terms
such as cellular component, biological process, cellular
process, and terms related to development such as cell
differentiation, regulation of gene expression, nervous
system development. In all of these descriptions, it is
very interesting to see that all categories were enriched
in the males and in the young animals. This data would
be in agreement with the findings from the Small et al.
study [28], where they found a male-biased gene expres-
sion pattern. Although we only utilized adult tissues,
aging can be considered as a form of adult development
occurring at the end of life. For example, in the zebrafish
brain, neurogenesis continues throughout adulthood and
is a widespread process [29]. Thus, it was of particular
interest to find the terms neurogenesis, angiogenesis and
generation of neurons in our comparison lists because
these processes are relevant to brain aging. In addition
our data indicated that the genes associated with these
processes are affected by gender with males having a
higher level of expression of these genes. Similarly,
processes that accompany neurogenesis such as regula-
tion of gene expression, cell differentiation, and brain
development were also found to be significant in both
comparisons.

A subset of genes validates the microarray study and are
affected by age and gender
We chose a small subset of genes to validate the micro-
array results and to have a closer look at the gene ex-
pression levels. In all three insulin-like growth factor
(igf ) pathway-related genes; igf1, igf2bp3, and igfbp2a,
we observed a significant decline during aging (Figure 2).
In terms of gender effects, we found a significant differ-
ence in igf1 and igfbp2a levels, with increased expression
in males relative to females. Our findings are in support
of a long-known fact that growth hormone levels [30]
and specifically IGF1 levels [31] are lower in old animals.
In addition to an age-related decline in igf1, we also ob-
served a gender difference in the gene expression levels.
We found that males had significantly more igf1 than fe-
males. This would be consistent with what has been de-
scribed in rat brain [32].
In a study investigating glioblastoma survival, igf2bp3

was found to have gender association [33]. Hammer
et al. detected the expression of igf2bp3 in the gonads
with the testes having a higher level of expression than
the ovary. This may explain the gender effect that we
observed in our samples [34]. Interestingly, in a recent
study, igf2bp3 was found to be among the list of genes
that were found to have a lower expression in cirrhosis
samples when compared to hepatocellular carcinoma tis-
sues [35]. Cirrhosis is a senescent state of the liver. In
our experiments we also observed a decrease in older
animals. In accordance with our results, igfbp2a was
shown to have high expression in male zebrafish when
compared to females [36].
Figure 3 shows the expression values for three more

genes of interest that we examined: ache, ppargc1b, and
lmo4a. All three genes exhibited significant reductions
during normal aging. In terms of gender, only ache
showed a significant difference, favoring a higher expres-
sion in males. It is suggested that there is a reduction in
cholinergic activity during normal aging [37], which may
also explain the decrease in ache levels in our results.
Changes in the expression levels of ache may contribute
to cognitive changes. It has been shown in zebrafish that
ache levels are related to cognitive performance during
aging with an overexpression delaying the onset of cog-
nitive decline [4]. Currently, experiments are ongoing in
our laboratory aimed at examining the exact relationship
between cholinergic activity, brain aging and gender.
Our analysis of ppargc1b and lmo4a showed signifi-

cant decreases in aged zebrafish. Similar to our findings,
ppargc1b mRNA levels were found to be decreased with
age in a twin study investigating the susceptibility to
type 2 diabetes [38]. To our knowledge, there are no
studies that have investigated lmo4a and ppargc1b in
zebrafish aging and it might be worth-while to study
further.
Smurf2 exhibited dramatic increases during aging and

also showed a sexually dimorphic pattern with an in-
crease in males (Figure 4). This is very interesting be-
cause we know that smurf2 is implicated in replicative
senescence. Smurf2 and its relationship with telomere-
dependent senescence is also notable because although
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telomerase is active in older tissues in zebrafish, telo-
mere lengths shorten as animals age, which has been
shown in a comparison study between young and old
fish [39]. Overall, it might be interesting to investigate
further in zebrafish smurf2 and its role in aging.
Finally pvalb8 (oncomodulin in humans [40]) showed

large decreases in old male as compared to young male
zebrafish. A genome wide association study found a cor-
relation between a SNP in the PVALB gene and female
sexual dysfunction [41]. Pvalb8 expression was up regu-
lated in zebrafish livers when exposed to 17alpha-
ethynylestradiol (EE2) [42]. These findings correlate with
our results showing a sexual-dimorphic pattern in
pvalb8 expression. We observed a significant reduction
in pvalb8 expression, which is consistent with an earlier
study reporting reductions in parvalbumin expression in
aging rat brain [43].
Overall the global direction of the changes that were

observed in the microarray data was confirmed by the
qPCR analysis. It was true that in a few cases while the
direction of the changes was similar in both analyses,
the data was not found to be significant. This is likely
due to having more variability in the qPCR analyses.
Moreover, in our current study we only utilized three
animals per group in order to be able to study old and
young male and female animals. While we were able to
perform statistical analysis with three animals per group,
it should be noted that in some cases it may be difficult
to draw clear conclusions about no differences between
groups due to the large amount of individual variation.
Regardless of these discrepancies, we believe that the
direction of changes that we have observed is significant
to understanding the effects of the aging process on the
male and female zebrafish brain.

Conclusions
Our data suggest that the aging brain is undergoing many
changes in gene expression and some of these alterations
are related to gender. In order to understand the contribu-
tions of the neurobiological changes in the aging brain,
one must examine both sexes. This is the first study that
systematically examines age-related changes in male and
female zebrafish brains. Future studies are ongoing to de-
termine whether there are relationships between brain
aging and behavior that vary across individual subjects.
This is extremely important in considering possible inter-
ventions to alter the course of age-related declines and the
zebrafish is an ideal model organism for testing possible
drug or dietary interventions.

Methods
Animals
Four groups of wild-type zebrafish (AB strain) were used
for this study. The distribution of the fish was young
(7.5-8.5 months old) male and female and old (31-
36 months old) male and female. There were three ani-
mals per group for a total of 12 animals in the study. All
fish were raised in the zebrafish facility at Bilkent
University, BilGen Genetics and Biotechnology Center,
Ankara, Turkey. Fish were maintained at a constant
temperature of 28°C on a 14:10hr light:dark cycle. All
the fish were fed three times daily and kept in a recircu-
lating system at all times. All animals were kept in
groups, approximately 10 animals in a 4 L tank. Birth-
dates are recorded and only fish with the same birth-
dates are kept together in the same tank. For the brain
dissection, fish were anesthetized in Tricaine (Sigma-
Aldrich, Germany) and the head was separated from the
body with a scalpel. The eyes/optic nerves were sepa-
rated, and then the brain was dissected away from dorsal
surface. Following visualization of the brain, it was re-
moved from the skull. The tissues were weighed in
0.5 ml microtubes, frozen in liquid nitrogen and stored
at -80°C until RNA isolation. During the brain dissec-
tions, internal organs including gonads were also dis-
sected. In cases where there were eggs, the gender was
determined as being female, and in cases where testes
were found, the gender was determined as being male.
Those animals with no visible eggs or testes were not in-
cluded in the study. At the time of dissection, we
weighed the dissected brains, which were 7.20 ± 0.36 mg
for male-young, 9.43 ± 1.85 mg for male-old, 6.30 ± 1.25 mg
for female-young, and 8.47 ± 0.45 mg for female-old.
The animal protocol for this study was approved by

the Bilkent University Local Animal Ethics Committee
(HADYEK) with the approval date: Feb 9, 2010 and no:
2010/1.
RNA isolation
RNA isolation was performed with an RNAeasy Mini Kit
(Qiagen, Germany). DNase treatment was done with
RNase-free DNase Set (Qiagen, Germany). Each individ-
ual RNA sample was analyzed for RNA quality using an
Agilent Bioanalyzer.
Microarray
Microarray experiments were conducted in Almac Diag-
nostics, Craigavon, UK using the Affymetrix GeneChip
Zebrafish Genome Array which covers 14,900 tran-
scripts. Since we started with individual brains and not
pooled samples, the RNA amount was not enough for
microarray and downstream analysis, so the RNA was
amplified using the Ovation RNA Amplification System
V2 (NuGEN). The EncoreW Biotin Module (NuGEN) was
used to generate labeled cDNA products. The Raw data
is available on Gene Expression Omnibus (GEO) with
the accession number GSE53430.
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Quantitative real-time polymerase chain reaction (qPCR)
All qPCR experiments were done using the Roche Light-
Cycler 480 System. All cDNAs were synthesized from a
500 ng RNA sample by using a Transcriptor First Strand
cDNA Synthesis Kit (Roche, Germany). cDNA samples
were all diluted to a 1:5 ratio and 3 μL were used for the
following PCR experiments. Reactions were performed
in 20 μL volume with Light cycler 480 SYBR Green I
Master (Roche, Germany) and 1 μM of each primer.
Primers were designed by using the Universal ProbeLi-
brary Assay Design Center specifically for zebrafish tran-
scripts. Primer sequences and the corresponding PCR
conditions can be found in Additional file 7. Each reac-
tion was performed in duplicate, on separate plates.
Relative quantification analysis was performed using
LCS480 software (Roche, Germany).

Microarray data analysis
Data analysis was done at AG Bioinformatics, Ankara,
Turkey. Raw data was obtained from Almac Diagnostics,
Craigavon, UK. Raw Affymetrix CEL files were processed
with the RMA normalization method [44]. Data was an-
alyzed in two directions; young vs. old, male vs. female,
and a gender by age interaction. Probesets were anno-
tated using BioMart (http://www.biomart.org/biomart/
martview) with the current Zebrafish Genome Built
(Danio rerio Zv9). Differentially expressed genes were
identified using two-way between subjects ANOVA with
a p-value less than 0.05. Transcripts showing significant
changes (p < 0.05) in the ANOVA analysis were anno-
tated with Gene Ontology (GO) terms [45]. The gene
expression network was populated using Pearson correl-
ation and shown in Cytoscape [46]. GO analysis was per-
formed by the BiNGO plug-in (v. 2.44) of Cytoscape
Software (v. 2.8.1) to list the over-represented transcripts
(p < 0.05).

qRT-PCR data analysis
2^(-ΔΔCt) method was employed to express fold changes.
ΔCt was calculated as Ct (target gene) – Ct (reference
gene). Actin was used as the reference gene. ΔΔCt was
calculated as ΔCt of male/young/old - ΔCt of female, in
order to calibrate against female values.

Statistics
Statistical analysis for the selected genes with significant
differences obtained from both the microarray data and
the qPCR results were done using the SPSS program
(IBM, Turkey). A two-way ANOVA test was employed
to determine the significant differences between groups.
Multivariate tests were performed to see significant in-
teractions. Univariate tests were followed by post-hoc
analysis with Tukey’s test and Bonferroni correction. Sig-
nificance levels were set at p < 0.05.
Additional files

Additional file 1: In Sheet 1 (Data) 15,617 probes are given with
their annotations obtained through BioMart (http://www.biomart.
org/biomart/martview) with the current Zebrafish Genome Built
(Danio rerio Zv9). Probe Set Ids are found in column A, columns B and
C display fold change ratios in log2 base of Female/Male and Young/Old,
respectively. Columns D, E, and F show the corresponding p values for
Female vs. Male, Young vs. Old, and Age by Gender interaction. In the
following columns, annotation information and GO ontology information
are given. Sheet 2 (FvsM) gives the list of 909 probesets that are
significantly different between female and male, sheet 3 (YvsO) gives the
list of 1543 probesets that are different between young and old. Sheet 4
(AbyG) shows the 495 probesets that have a significant difference in age
by gender analysis. Intersection sheet shows the list of 210 genes that
are common to FvsM and YvsO lists.

Additional file 2: Representative image of Go Analysis results. Page
1; Female vs. Male, Page 2; Young vs. Old, Page 3; Color legend. In this
picture colors more toward yellow mean relatively lower p-values, and
colors more toward orange mean the highest p-values.

Additional file 3: A complete list of the Gene Ontology analysis. For
female vs. male comparison, 189 descriptions, their p-values, and the
genes that were included in the description are given. For young vs. old
comparison. 299 descriptions, their p-values, and the genes that were
included in the description are given.

Additional file 4: Box plot representation of selected genes.
Expression values from microarray data in log2 base are given on y-axis.
On the x-axis the genes are provided. Expression variation of all samples
are summarized in one box for each gene. The horizontal lines in the
boxes indicate the mean values. Actin values were the most stable
among other genes.

Additional file 5: Individual expression values for samples from
microarray analysis. Expression values are actual linear values from
microarray experiment. FO; female old, FY; female young, MO; male old,
MY; male young. Expression values on Y-axis are displayed in units of
hundreds (i.e. 80 represents 8000).

Additional file 6: SPSS statistical test report sheets for microarray
and qPCR expressions of the selected genes. On the first page, the
first column indicates animal sex and age. The second and third columns
indicate a number assignment as to the age or gender in order to
perform the SPSS analysis. Columns four through eleven list the 2^-
(target-actin) values for the PCR table, and log2-based expression values
for the array table. Following sheets show the SPSS output files from
multivariate analysis for the microarray and qPCR results, univariate
analysis and the relevant post-hoc tests for the microarray and qPCR
results, respectively.

Additional file 7: Genes selected for real-Time PCR experiments
along with their corresponding RefSeq ID numbers used for
microarray experiments and for primer design. Primer sequences are
given for each gene, left primer (top) and right primer (bottom).
Amplicon lengths are given as nucleotide numbers and melting
temperatures used for PCR are provided. UPL; universal probe library, Tm;
melting temperature, nt; nucleotides.

Competing interests
The authors declare that they have no competing interest.

Authors’ contributions
AA-E participated in the microarray data analysis, performed the qPCR
experiments and data analysis, and wrote the manuscript. MA participated in
the study design, collected the brain tissues and coordinated and helped to
finalize the manuscript. Both authors read and approved the final manuscript.

Acknowledgements
This work was supported by a European Molecular Biology Organization
Installation Grant to Michelle Adams and in part by the grant 111S199 from
The Scientific And Technological Research Council Of Turkey (TUBITAK).
Bioinformatics analyses were performed by AG Bioinformatics, Cyberplaza

http://www.biomart.org/biomart/martview
http://www.biomart.org/biomart/martview
http://www.biomedcentral.com/content/supplementary/1471-2202-15-29-S1.xls
http://www.biomart.org/biomart/martview
http://www.biomart.org/biomart/martview
http://www.biomedcentral.com/content/supplementary/1471-2202-15-29-S2.pdf
http://www.biomedcentral.com/content/supplementary/1471-2202-15-29-S3.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2202-15-29-S4.pdf
http://www.biomedcentral.com/content/supplementary/1471-2202-15-29-S5.pdf
http://www.biomedcentral.com/content/supplementary/1471-2202-15-29-S6.pdf
http://www.biomedcentral.com/content/supplementary/1471-2202-15-29-S7.pdf


Arslan-Ergul and Adams BMC Neuroscience 2014, 15:29 Page 10 of 11
http://www.biomedcentral.com/1471-2202/15/29
Cyberpark Ankara, Turkey. We thank Dilara Ozge Halim for her help in the
literature search, Elif Tugce Karoglu for her help in statistics, Dr. Ozlen Konu
for helpful discussion about the experimental design and for guidance and
help with the animal dissections, and Tulay Arayici for technical assistance.

Author details
1BilGen Genetics and Biotechnology Center, Bilkent University, Ankara,
Turkey. 2Department of Molecular Biology and Genetics, Bilkent University,
Ankara, Turkey. 3Department of Psychology, Bilkent University, 06800 Bilkent,
Ankara, Turkey.

Received: 31 July 2013 Accepted: 11 February 2014
Published: 18 February 2014
References
1. Arslan-Ergul A, Ozdemir AT, Adams MM: Aging, neurogenesis, and caloric

restriction in different model organisms. Aging Dis 2013, 4:221–232.
2. Kishi S, Slack BE, Uchiyama J, Zhdanova IV: Zebrafish as a genetic model in

biological and behavioral gerontology: where development meets aging
in vertebrates – a mini-review. Gerontology 2009, 55:430–441.

3. Lieschke GJ, Currie PD: Animal models of human disease: zebrafish swim
into view. Nat Rev Genet 2007, 8:353–367.

4. Yu L, Tucci V, Kishi S, Zhdanova IV: Cognitive aging in zebrafish. PLoS One
2006, 1:e14.

5. Kishi S, Bayliss PE, Uchiyama J, Koshimizu E, Qi J, Nanjappa P, Imamura S,
Islam A, Neuberg D, Amsterdam A, Roberts TM: The identification of
zebrafish mutants showing alterations in senescence-associated
biomarkers. PLoS Genet 2008, 4:e1000152.

6. Howe K, Clark MD, Torroja CF, et al: The zebrafish reference genome
sequence and its relationship to the human genome. Nature 2013,
496:498–503.

7. Santos EM, Kille P, Workman VL, Paull GC, Tyler CR: Sexually dimorphic
gene expression in the brains of mature zebrafish. Comp Biochem Physiol
A Mol Integr Physiol 2008, 149:314–324.

8. Toyama R, Chen X, Jhawar N, Aamar E, Epstein J, Reany N, Alon S, Gothilf Y,
Klein DC, Dawid IB: Transcriptome analysis of the zebrafish pineal gland.
Dev Dyn 2009, 238:1813–1826.

9. Drew RE, Rodnick KJ, Settles M, Wacyk J, Churchill E, Powell MS, Hardy RW,
Murdoch GK, Hill RA, Robison BD: Effect of starvation on transcriptomes of
brain and liver in adult female zebrafish (Danio rerio). Physiol Genomics
2008, 35:283–295.

10. Drew RE, Settles ML, Churchill EJ, Williams SM, Balli S, Robison BD: Brain
transcriptome variation among behaviorally distinct strains of zebrafish
(Danio rerio). BMC Genomics 2012, 13:323.

11. Ampatzis K, Makantasi P, Dermon CR: Cell proliferation pattern in adult
zebrafish forebrain is sexually dimorphic. Neuroscience 2012, 226:367–381.

12. Ampatzis K, Dermon CR: Sex differences in adult cell proliferation within
the zebrafish (Danio rerio) cerebellum. Eur J Neurosci 2007, 25:1030–1040.

13. Daftary SS, Gore AC: IGF-1 in the brain as a regulator of reproductive
neuroendocrine function. Exp Biol Med (Maywood) 2005, 230:292–306.

14. Kuningas M, Mooijaart SP, van Heemst D, Zwaan BJ, Slagboom PE,
Westendorp RGJ: Genes encoding longevity: from model organisms to
humans. Aging Cell 2008, 7:270–280.

15. Pawlikowska L, Hu D, Huntsman S, Sung A, Chu C, Chen J, Joyner AH,
Schork NJ, Hsueh W-C, Reiner AP, Psaty BM, Atzmon G, Barzilai N, Cummings
SR, Browner WS, Kwok P-Y, Ziv E: Association of common genetic variation
in the insulin/IGF1 signaling pathway with human longevity. Aging Cell
2009, 8:460–472.

16. van Heemst D, Beekman M, Mooijaart SP, Heijmans BT, Brandt BW, Zwaan
BJ, Slagboom PE, Westendorp RGJ: Reduced insulin/IGF-1 signalling and
human longevity. Aging Cell 2005, 4:79–85.

17. Nielsen J, Christiansen J, Lykke-Andersen J, Johnsen AH, Wewer UM, Nielsen
FC: A family of insulin-like growth factor II mRNA-binding proteins
represses translation in late development. Mol Cell Biol 1999, 19:1262–1270.

18. Zhou J, Li W, Kamei H, Duan C: Duplication of the IGFBP-2 gene in teleost
fish: protein structure and functionality conservation and gene
expression divergence. PLoS One 2008, 3:e3926.

19. Behra M, Cousin X, Bertrand C, Vonesch J-L, Biellmann D, Chatonnet A,
Strähle U: Acetylcholinesterase is required for neuronal and muscular
development in the zebrafish embryo. Nat Neurosci 2002, 5:111–118.
20. Silveyra M-X, García-Ayllón M-S, Serra-Basante C, Mazzoni V, García-Gutierrez
M-S, Manzanares J, Culvenor JG, Sáez-Valero J: Changes in acetylcholinesterase
expression are associated with altered presenilin-1 levels. Neurobiol Aging
2012, 33:627. e27–37.

21. Handschin C, Spiegelman BM: Peroxisome proliferator-activated receptor
gamma coactivator 1 coactivators, energy homeostasis, and metabolism.
Endocr Rev 2006, 27:728–735.

22. Lane ME, Runko AP, Roy NM, Sagerström CG: Dynamic expression and
regulation by Fgf8 and Pou2 of the zebrafish LIM-only gene, lmo4.
Mech Dev 2002, 119(Suppl 1):S185–S189.

23. Sum EYM, Peng B, Yu X, Chen J, Byrne J, Lindeman GJ, Visvader JE: The LIM
domain protein LMO4 interacts with the cofactor CtIP and the tumor
suppressor BRCA1 and inhibits BRCA1 activity. J Biol Chem 2002,
277:7849–7856.

24. Walter S, Atzmon G, Demerath EW, Garcia ME, Kaplan RC, Kumari M, Lunetta
KL, Milaneschi Y, Tanaka T, Tranah GJ, Völker U, Yu L, Arnold A, Benjamin EJ,
Biffar R, Buchman AS, Boerwinkle E, Couper D, de Jager PL, Evans DA, Harris
TB, Hoffmann W, Hofman A, Karasik D, Kiel DP, Kocher T, Kuningas M,
Launer LJ, Lohman KK, Lutsey PL: A genome-wide association study of
aging. Neurobiol Aging 2011, 32:2109. e15–28.

25. Cowan RL, Wilson CJ, Emson PC, Heizmann CW: Parvalbumin-containing
GABAergic interneurons in the rat neostriatum. J Comp Neurol 1990,
302:197–205.

26. Zhang H, Cohen SN: Smurf2 up-regulation activates telomere-dependent
senescence. Genes Dev 2004, 18:3028–3040.

27. Sreenivasan R, Cai M, Bartfai R, Wang X, Christoffels A, Orban L:
Transcriptomic analyses reveal novel genes with sexually dimorphic
expression in the zebrafish gonad and brain. PLoS One 2008, 3:e1791.

28. Small CM, Carney GE, Mo Q, Vannucci M, Jones AG: A microarray analysis
of sex- and gonad-biased gene expression in the zebrafish: evidence for
masculinization of the transcriptome. BMC Genomics 2009, 10:579.

29. Zupanc GKH, Hinsch K, Gage FH: Proliferation, migration, neuronal
differentiation, and long-term survival of new cells in the adult zebrafish
brain. J Comp Neurol 2005, 488:290–319.

30. Sonntag WE, Steger RW, Forman LJ, Meites J: Decreased pulsatile release
of growth hormone in old male rats. Endocrinology 1980, 107:1875–1879.

31. Ramsey MM, Weiner JL, Moore TP, Carter CS, Sonntag WE: Growth
hormone treatment attenuates age-related changes in hippocampal
short-term plasticity and spatial learning. Neuroscience 2004, 129:119–127.

32. Dueñas M, Luquín S, Chowen JA, Torres-Alemán I, Naftolin F, Garcia-Segura
LM: Gonadal hormone regulation of insulin-like growth factor-I-like
immunoreactivity in hypothalamic astroglia of developing and adult rats.
Neuroendocrinology 1994, 59:528–538.

33. Serão NVL, Delfino KR, Southey BR, Beever JE, Rodriguez-Zas SL: Cell cycle and
aging, morphogenesis, and response to stimuli genes are individualized
biomarkers of glioblastoma progression and survival. BMC Med Genomics
2011, 4:49.

34. Hammer NA, Hansen T v O, Byskov AG, Rajpert-De Meyts E, Grøndahl ML,
Bredkjaer HE, Wewer UM, Christiansen J, Nielsen FC: Expression of IGF-II
mRNA-binding proteins (IMPs) in gonads and testicular cancer.
Reproduction 2005, 130:203–212.

35. Yildiz G, Arslan-Ergul A, Bagislar S, Konu O, Yuzugullu H, Gursoy-Yuzugullu O,
Ozturk N, Ozen C, Ozdag H, Erdal E, Karademir S, Sagol O, Mizrak D, Bozkaya H, Ilk
HG, Ilk O, Bilen B, Cetin-Atalay R, Akar N, Ozturk M: Genome-wide transcriptional
reorganization associated with senescence-to-immortality switch during
human hepatocellular carcinogenesis. PLoS One 2013, 8:e64016.

36. Nachtrab G, Czerwinski M, Poss KD: Sexually dimorphic fin regeneration in
zebrafish controlled by androgen/GSK3 signaling. Curr Biol 2011,
21:1912–1917.

37. Schliebs R, Arendt T: The cholinergic system in aging and neuronal
degeneration. Behav Brain Res 2011, 221:555–563.

38. Ling C, Poulsen P, Carlsson E, Ridderstråle M, Almgren P, Wojtaszewski J,
Beck-Nielsen H, Groop L, Vaag A: Multiple environmental and genetic
factors influence skeletal muscle PGC-1alpha and PGC-1beta gene
expression in twins. J Clin Invest 2004, 114:1518–1526.

39. Anchelin M, Murcia L, Alcaraz-Pérez F, García-Navarro EM, Cayuela ML:
Behaviour of telomere and telomerase during aging and regeneration in
zebrafish. PLoS One 2011, 6:e16955.

40. Hsiao C-D, Tsai W-Y, Tsai H-J: Isolation and expression of two zebrafish
homologues of parvalbumin genes related to chicken CPV3 and
mammalian oncomodulin. Gene Expr Patterns 2002, 2:163–168.



Arslan-Ergul and Adams BMC Neuroscience 2014, 15:29 Page 11 of 11
http://www.biomedcentral.com/1471-2202/15/29
41. Burri A, Hysi P, Clop A, Rahman Q, Spector TD: A genome-wide association
study of female sexual dysfunction. PLoS One 2012, 7:e35041.

42. Hoffmann JL, Torontali SP, Thomason RG, Lee DM, Brill JL, Price BB, Carr GJ,
Versteeg DJ: Hepatic gene expression profiling using Genechips in
zebrafish exposed to 17alpha-ethynylestradiol. Aquat Toxicol 2006,
79:233–246.

43. Krzywkowski P, de Bilbao F, Senut MC, Lamour Y: Age-related changes in
parvalbumin- and GABA-immunoreactive cells in the rat septum.
Neurobiol Aging 1995, 16:29–40.

44. Irizarry RA, Hobbs B, Collin F, Beazer-Barclay YD, Antonellis KJ, Scherf U,
Speed TP: Exploration, normalization, and summaries of high density
oligonucleotide array probe level data. Biostatistics 2003, 4:249–264.

45. Ashburner M, Ball CA, Blake JA, Botstein D, Butler H, Cherry JM, Davis AP,
Dolinski K, Dwight SS, Eppig JT, Harris MA, Hill DP, Issel-Tarver L, Kasarskis A,
Lewis S, Matese JC, Richardson JE, Ringwald M, Rubin GM, Sherlock G: Gene
ontology: tool for the unification of biology. The Gene Ontology
Consortium. Nat Genet 2000, 25:25–29.

46. Saito R, Smoot ME, Ono K, Ruscheinski J, Wang P-L, Lotia S, Pico AR, Bader
GD, Ideker T: A travel guide to Cytoscape plugins. Nat Methods 2012,
9:1069–1076.

doi:10.1186/1471-2202-15-29
Cite this article as: Arslan-Ergul and Adams: Gene expression changes in
aging Zebrafish (Danio rerio) brains are sexually dimorphic. BMC
Neuroscience 2014 15:29.
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


	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Zebrafish exhibit age and gender related gene expression differences
	Zebrafish transcripts are diversely enriched in Gene Ontology descriptions by age and gender
	Eight genes were selected for microarray validations
	qPCR results were in accordance with microarray results

	Discussion
	Various GO classifications are affected by gender and age in zebrafish
	A subset of genes validates the microarray study and are affected by age and gender


	Conclusions
	Methods
	Animals
	RNA isolation
	Microarray
	Quantitative real-time polymerase chain reaction (qPCR)
	Microarray data analysis
	qRT-PCR data analysis
	Statistics

	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /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


