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Abstract

developmental interval in the lung remain elusive.

Background: MicroRNAs play important roles in regulating biological processes, including organ morphogenesis
and maturation. However, little is known about specific pathways regulated by miRNA during lung development.
Between the canalicular and saccular stages of the developing lung several important cellular events occur,
including the onset of surfactant synthesis, microvascular remodeling and structural preparation for subsequent
alveolarization. The miRNAs that are actively regulated, and the identity of their targets during this important

Results: Using TLDA low density real-time PCR arrays, the expression of 376 miRNAs in male and female fetal
mouse lungs of gestational days E15 — E18 were profiled. Statistical analyses identified 25 and 37 miRNAs that
changed significantly between sexes and with gestation, respectively. In silico analysis using Ingenuity Pathway

Analysis (IPA) identified specific pathways and networks known to be targets of these miRNAs which are important
to lung development. Pathways that are targeted by sex regulated miRNAs include retinoin, IGFR1, Tp53 and Akt.
Pathways targeted by gestation-regulated miRNAs include VEGFA and mediators of glucose metabolism.

Conclusion: MiRNAs are differentially regulated across time and between sexes during the canalicular and saccular
stages of lung development. Sex-associated differential miRNA expression may regulate the differences in structural
and functional male and female lung development, as shown by networks generated using in silico analysis. These

data provide a valuable resource to further enhance the understanding of miRNA control of lung development and

maturation.
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Background

It is clear that miRNAs regulate numerous important devel-
opmental processes in various organs. miRNAs are a class
of small RNAs that post-transcriptionally regulate gene ex-
pression. The primary RNA (pri-miRNA) is transcribed
from the genome and is processed by Drosha, an RNase III
enzyme, into hairpin structured premature miRNAs (pre-
miRNAs). These pre-miRNAs are exported out of the nu-
cleus with the help of Exportin 5, and cleaved into double
stranded duplexes by Dicer, another RNase III enzyme. The
mature miRNAs are loaded onto nucleoprotein complexes
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called the RNA-induced silencing complex (RISC). The
mature miRNAs in these complexes inhibit translation of
target mRNAs by blocking translation or aiding in degrad-
ation of their targets [1].

An important role of miRNAs during lung morpho-
genesis has been recently established. Conditional dele-
tion of Dicer from the lung epithelium led to arrested
airway branching, dramatically altering lung organogen-
esis [2]. Subsequent studies of miRNA profile expression
in the lung demonstrated that miRNAs are temporally
expressed between the embryonic and adult lung devel-
opment [3-7].

Mouse lung development is divided into five stages:
embryonic (E9.5-E11.5), pseudoglandular (E11.5-16.5),
canalicular (E16.5-E17.5), saccular (E17.5-P5) and alveolar
(post-natal (P)5-P30). The coordination of multiple path-
ways across various cellular compartments is required to
give rise to a fully developed lung. The transition from the
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late canalicular to early saccular stage is a crucial period in
preparation for survival after birth. During the canalicular
stage establishment of the air-blood barrier begins and
epithelial differentiation of alveolar Type I and Type II
cells commences. The onset of surfactant synthesis plus
microvascular development in the early saccular stage are
necessary for proper lung function at birth. The timing
and coordination of genetic- and sex - specific program-
ming that occurs during these lung developmental stages
are crucial regulatory elements for lung maturation [8].
Very little is known about how miRNA expression and
genetic control contributes to these critical events. The re-
cent evidence showing the importance of miRNAs in de-
velopment and disease of other organs indicates the need
for more detailed studies of how miRNAs regulate path-
ways important in the developing lung [9].

The aim of this study was to analyze the dynamic
regulation of miRNAs during the canalicular to early
saccular stage of mouse lung development. We profiled
miRNAs of lungs isolated from male and female E15-
E18 fetal mouse lungs. It is well established that male
infants have increased perinatal respiratory morbidity
and mortality and that androgens inhibit lung matur-
ation in males [10,11]. In mouse lung development, the
development of surfactant production during this cana-
licular to early saccular interval is delayed by one day in
males compared to females [12]. Several important tran-
scription factors and signaling pathways are differen-
tially expressed and activated in males and females
during this time, suggesting that it is very likely that
miRNAs may also be regulating these sex differences as
well [13,14].

In this study, we show that a group of miRNAs are
differentially expressed across these gestational ages, and
another group of miRNAs differentially expressed be-
tween males and females. These groups were further
analyzed for pathway interactions using Ingenuity Path-
way Analysis, which maps interactive pathway networks
based on established miRNA targets previously reported
in the literature. With the IPA analysis we are able to
highlight pathways regulated by these developmentally
regulated miRNA groups that are differentially expressed
across gestation, and between males and females, during
an important window in lung development.

Methods

The animal study protocol was approved by the Tufts
Medical Center Institutional Animal Care and Use Com-
mittee. Principals of laboratory animal care were followed
according to the National Institute of Health Guidelines
for Care and Use of Laboratory Animals. Timed pregnant
Swiss Webster mice were obtained from Charles River La-
boratories (Wilmington, MA, USA), with the morning of
the vaginal plug defined as gestational day 0 (EO).
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Isolation of total RNA

Timed pregnant mice at each gestational age were
sacrificed using CO, inhalation according to the approved
protocol and in line with current regulations. The uterus
was removed under sterile conditions by laparotomy and
placed on ice. Fetuses were maintained in DMEM on ice
while fetal sex was identified [15]. The lungs were removed
en block under a sterile laminar airflow hood. Lungs were
frozen for RNA extraction. RNA was extracted using
miRVana miRNA Isolation Kit (Ambion, Grand Island,
NY) according to the manufacturer’s instructions.

miRNA arrays

A Tagman Array Rodent MicroRNA A card v2.0 (Ap-
plied Biosystems, Carlsbad, CA) was used to profile 376
mature miRNAs. cDNA was transcribed from total RNA
using the Megaplex TM RT Rodent Primers Pool and
the TagMan MicroRNA Reverse Transcription Kit. The
TagMan miRNA Arrays were run on the ABI PRISM
7900 System using the TagMan Universal PCR Master
Mix according to the manufacturer’s instructions. Two
array runs using separate lungs with two technical repli-
cates per lung were performed. The data from these runs
were used in the data analysis model. The delta CT was
calculated by subtracting the miRNA Ct value from the Ct
value of small nuclear U6 RNA, which served as a control.
The data were normalized to E15 for data analysis. The
data discussed in this publication have been deposited in
NCBI's Gene Expression Omnibus and are accessible
through GEO Series accession number GSE46037 (http://
www.ncbinlm.nih.gov/geo/query/acc.cgi?acc=GSE46037).

Data analysis

For each miRNA, we separately evaluated the effect of
gestation (time) and gender (sex), and then tested if the
temporal patterns differed between males and females.
We used mixed linear models with fixed main time and
sex effects, their interaction effect, and random sample
effect to account for any correlated nature of the data.
The analyses were performed using base, nlme, and
qvalue packages of statistical software R [16-18].

Cluster analysis for the miRNAs that changed signifi-
cantly across gestation and with fetal sex was done using
gplots package of statistical R software [19]. Ingenuity
Pathway Analysis (IPA) was used to generate pathways
regulated by these miRNAs based on validated miRNA
targets (Ingenuity Systems, www.ingenuity.com, August
2011 version).

Results

Specific miRNAs are differentially expressed between
sexes and with advancing gestation

MiRNA profiles from E15-E18 male and female mouse
lungs were generated using a miRNA qPCR array
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Table 1 miRNAs that changed significantly with sex and gestation
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miRNA gene P-value Chromosome Chromosomal location miRNA family miRNA cluster
Sex
mmu-miR-802 0.025 16 intergenic mir-802
mmu-miR-138 0.047 98 intergenic mir-138
mmu-miR-182 0.026 6 intergenic mir-182
mmu-miR-296-3p 0.034 2 intergenic mir-296 1
mmu-miR-125a-5p 0.037 17 exon mir-125 2
mmu-miR-532-3p 0.002 X intron mir-188 3
mmu-miR-652 0.04 X intron mir-652
mmu-miR-455 0.01 4 intron mir-455
Y1 0.002 * * *
mmu-miR-670 0016 2 intron, exon mir-670
mmu-miR-367 0.008 3 intron mir-367 4
rmno-miR-207 0.013 5 intron mir-207
mmu-miR-31 0.001 4 intergenic mir-31
mo-miR-351 0018 X intergenic mir-351
mmu-miR-351 0.009 X intergenic mir-351
mmu-miR-220 0.013 * * *
mmu-miR-219 0.015 17,2 exon, intergenic mir-219
mmu-miR-24 0.013 13,8 intron, exon mir-24
mmu-miR-141 0.04 6 intron mir-8
rno-miR-743b 0.006 X intergenic mir-743 3
mmu-miR-470 0.005 X intergenic mir-743 1
mmu-miR-615-3p 0.001 15 intron mir-615
rmo-miR-327 0.002 * * mir-327
mmu-miR-742 0.002 X intergenic mir-742 4
mmu-miR-486 0.035 8 intron mir-486 1
Gestation
mmu-miR-452 0.0M1 X intron mir-452 1
mmu-miR-147 0.031 2 exon mir-147
mmu-miR-504 0.018 X intron mir-504
rno-miR-743b 0.005 X intergenic mir-743 3
mmu-miR-470 0.005 X intergenic mir-743 1
mmu-miR-409-3p 0.011 12 exon mir-154 13
mmu-miR-92a 0.027 14X exon, intergenic mir-25 5
mmu-miR-17 0.039 14 exon mir-17 5
mmu-miR-18a 0.008 14 exon mir-17 5
mmu-miR-670 0.039 2 intron, exon mir-670
mmu-miR-367 0.0M 3 intron mir-367 4
mo-miR-760-5p 0.023 2 intergenic mir-760
mmu-miR-325 0.025 X intron mir-325
mmu-miR-220 0.006 * * *
mmu-miR-351 0.039 X intergenic mir-351 6
mmu-miR-200c 0.003 6 intron mir-8 1
mmu-miR-484 0.019 16 Intergenic mir-484
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Table 1 miRNAs that changed significantly with sex and gestation (Continued)

mmu-miR-24 0.007 138
mmu-miR-126-3p 0.04 2
mmu-miR-26a 0.008 9,10
mmu-miR-30e 0.015 4
mmu-miR-322 0.002 X
mmu-miR-146a 0.001 11
mmu-miR-150 107 7
mmu-miR-34b-3p X107 9
mmu-miR-29a 0.027 6
mmu-miR-30d 107 15
mmu-miR-146b 0.017 19
mmu-miR-27a 0.017 8
mmu-miR-30a X107 1
mmu-miR-139-3p 0.005 7
mmu-miR-615-3p 0.002 15
mo-miR-327 0.004 *
mmu-miR-742 0.003 X
mmu-miR-486 0.007 8
mmu-miR-340-5p 0.049 11
mmu-miR-449a 0.025 13

intron, exon mir-24 3
intron, exon mir-126
intron mir-26 1
intron mir-30 2
intergenic mir-322 6
intergenic mir-146
intergenic mir-150 1
intergenic mir-34 1
intergenic mir-29 1
exon mir-30 1
intron mir-146
intergenic mir-27 3
intergenic mir-30
intron mir-139
intron mir-615
* mir-327
intergenic mir-742 4
intron mir-486 1
intron mir-340
intron mir-449 2

miRNAs that changed significantly with sex and gestation are listed, along with their p-value, chromosome number, the region in which they are located, the
miRNA family they belong to, and the number of miRNAs located within the cluster.

*Information not available.

(Additional file 1). Using linear mixed models we identi-
fied those miRNAs that changed significantly with ges-
tation or with sex (p<0.05, FDR<33%). This analysis
identified 37 miRNAs that significantly changed with
advancing gestation and 25 miRNAs that were signifi-
cantly different between males and female fetuses. A
group of 13 miRNAs changed significantly with sex and
gestation (interactive effect, Additional file 2). The ma-
jority of the 13 miRNAs with an interactive effect were
also significant by either gestation or sex. The miRNAs
that changed significantly with gestation and sex are
listed in Table 1, along with their p-values, chromo-
somal locations, the miRNA family, and miRNA cluster
that shows the number of other miRNAs located within
the neighboring 10 kb chromosomal region. Fold change
values are listed in Additional file 3.

Networks for miRNAs changing significantly with sex

The cluster dendrogram for miRNAs that changed sig-
nificantly between the development of male and female
lungs is shown in Figure 1. Sex hormones have been
shown to regulate lung development. Androgens, in par-
ticular, have inhibitory effects on lung maturational
events during the gestational interval studied [20-23].
Some of the identified miRNAs have similar gestational
trends between males and females, but the absolute

levels of miRNAs differed greatly between the sexes
(Additional file 1, Additional file 3). In order to decifer
the known functions of the sex-regulated miRNAs, In-
genuity Pathway Analysis software was used to generate
molecular pathways based on known targets of the re-
spective miRNAs. IPA identified two different yet related
networks for those miRNAs significantly different in
developing lung by sex, based on previously validated
targets in the literature (Figure 2). The first network
converged upon several central molecules, only some of
which have been studied in the context of lung develop-
ment. The central convergent molecules include retinoin,
IGF1R, Akt and Tp53.

Retinoic acid, a metabolite of retinoin, promotes lung
maturation and inhibits androgen receptor levels and
function in several organs [24-27]. Further, testosterone
has been shown to modulate retinoic acid activity in the
lacrimal gland [28]. miR-296-3p, miR-125a-5p, miR-342
and miR-486 have all been shown to be regulated by ret-
inoic acid (Figure 2; Additional file 4). IGF signaling has
also been shown to positively influence lung maturation
and vascularization, processes that are negatively regulated
by androgens [29]. Futhermore, IGFIR may facitilate
signaling of other growth factors known to affect fetal
lung maturation in a sex-specific fashion, such as EGFR
[12,30]. miR-182 can regulate IGF1R expression (Figure 2;
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Figure 1 Expression patterns of miRNAs that changed significantly with sex between E15 - E18 male and female lungs. Total RNA was
isolated from male and female E15 — E18 whole lungs and miRNA expression profiling was done using Tagman Rodent miRNA real-time PCR

array. Columns with blue bars indicated male lungs, and columns with pink bars indicate female lungs. Each gestational day is normalized to
male E15 time point. Black (0) represents mean value for a gene, green indicates the expression above the mean, and red represents expression
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Additional file 4). IGFs have the ablity to regulate prolifer-
ation and differentiation, processes that play an important
role in late lung development and account for sex differ-
ences. IGFIR total protein levels increase dramatically be-
tween gestational day 16.5 and 17.5, right at the onset of
surfactant synthesis [31,32]. Given our miRNA data, spe-
cific miRNAs can be linked with sex-specific changes in
retinoic acid, androgen control and IGF signaling over an
interval in lung development in which male infants are
known to have a clinical disadvantage in disease related to
delayed lung maturation.

Akt plays several important roles in development
through control of cell proliferation, migration, apoptosis
and transcription. Many of the differentially expressed
miRNAs are involved in cellular responses to amino acid,
growth factor, and hormonal stimuli based on GO Anno-
tations of these miRNAs (Additional file 4). Several signal-
ing molecules and receptors that are important in lung
maturation, including EGFR, ErbB4, PDGF and insulin,
activate Akt signaling. Of these, only EGFR is known to

have a sex-specific development of expression and func-
tion in fetal lungs during this window of development
[33,34]. Pharmacological manipulations of Akt have also
been shown to affect surfactant synthesis synthesis [35].
Other focal centers in the network include Tp53 and
MAP2K4, both of which are tumor suppressor genes that
are deregulated in lung cancer [36,37]. In particular, miR-
486, miR-24, miR-182, miR-615-3p and miR-125a-5p are
regulated by Tp53 (Figure 2; Additional file 4). Little is
known about the functions of Tp53 and MAP2K4 during
lung development, though it is thought that p53 may be
involved in alveolar epithelial cell differentiation [38].

Networks for miRNAs changing significantly with
gestation

The cluster dendrogram for miRNAs that changed
significanty with gestation is shown in Figure 3. The two
central components of this network, based on previously
established targets as identified by IPA analysis, are me-
diators of glucose metabolism (regulation of d-glucose
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production and of insulin production) and vascular endo-
thelial growth factor A (VegfA) (Figure 4). Insulin binding
to the insulin receptor (IR) regulates glucose uptake and
metabolism, which is required to produce substrate for
surfactant phospholipid synthesis [39]. The IR, which is
mainly expressed in the alveolar Type II cells, is develop-
mentally regulated in its expression [39,40]. Several of
these differentially expressed miRNAs are associated with
the insulin pathway. These include miR-24, miR-30e, miR-
351, miR-26a and miR-27a (Figure 4; Additional file 4).
VEGFA helps coordinate lung epithelial and endothe-
lial maturation. It is produced and secreted in late gestion
lung by the alveolar epithelium and acts by binding to re-
ceptors on the vascular endothelium in the adjacent mes-
enchyme [41]. As the lung progresses from the canalicular
to saccular stage of development, VEGF levels increase as
the alveolar sacs form and an air-blood interface becomes
established. Further, several studies have shown that
VEGFA mRNA expression increases towards the end of
gestation [3,42]. As shown by transgenic and knockout
models, VEGFA levels are tightly regulated during lung
development. Both increased and decreased expression of
this factor is severely detrimental to vascular development,
including lung vascular development, where it impacts
saccular, alveolar and microvasculature development
within the alveolar unit [43-45]. miR-126, in particular, en-
hances the proangiogenic effects of VEGF and FGEF, by

targeting SPRED1 [46]. Several other miRNAs, such as
miR-150, miR-504 and miR-322 have all been shown to
regulate VEGFA expression (Figure 4).

Several other molecules with potential significance for
lung development were also identified by the IPA analysis.
These include fibronectin 1, Src, regulators of neurotrans-
mitter function (NAPG, SLC38A1), regulators of protein
synthesis and processing (GLANT?7, SPRP), and those that
control mitochondrial function (COX6Af2, ATPSG2). Of
these, fibronectin has been most studied in lung develop-
ment. Its expression is temporally regulated and helps to
stabilize newly formed airways [47,48].

Discussion

The importance of miRNA control of gene expression
through regulation of mRNA translation during fetal
organ development is becoming increasingly recognized.
MiRNAs regulate specific elements of cardiac morpho-
genesis, brain development, and hematologic develop-
ment [49-51].

Previous profiles of miRNA expression in lungs have
been published [3-7]. Overall, such studies have analyzed
single time points across a wide span of the different
stages of development and maturation. Our study adds
to that information by providing a focused analysis of a
specific window of development, specifically the progres-
sion from late pseudoglandular through the canalicular
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Figure 3 Expression patterns of miRNAs that changed significantly with gestational E15 - E18 lungs. Total RNA was isolated from male
and female E15 — E18 whole lungs and miRNA expression profiling was done using Tagman Rodent miRNA real-time PCR array. Columns with
blue bars indicated male lungs, and columns with pink bars indicate female lungs. Each gestational day is normalized to male E15 time point.
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and further into the early saccular development stages.
This is a crucial developmental period during which the
lung becomes capable of the normal cellular and physio-
logic functions necessary for gas exchange to support life
after birth. Dominant features of this crucial develop-
mental interval are the development of Type II epithelial
cell maturation for surfactant synthesis, the establish-
ment of the microvascular network responsible for effi-
cient gas exchange, and the thinning of the interstitial
mesenchyme to promote an increase in epithelial surface
area for efficient gas exchange. Using data from this
array, we have gone on to study the role of specific
miRNAs in lung airway and vascular development [52].
A major challenge for miRNA studies, whether profiling
the microRNAome or studying an individual miRNA, is
the identification of specific target proteins whose expres-
sion is mediated by specific miRNAs. Several valuable al-
gorithms have been developed which predict miRNA
targets based on the physical chemistry and codon

sequences of mRNA molecules [53]. Such algorithms
commonly predict from tens to literally hundreds of po-
tential targets for a given miRNA. Not surprisingly, the
overwhelming majority of such predicted target molecules
remain unvalidated. An additional difficulty is that such
algorithms predict different targets, based on the parame-
ters used to develop the algorithm. A pathway analysis
tool such as IPA is a powerful tool for analyzing inter-
active networks involving multiple miRNA molecules
based on previously established targets. By focusing the
pathway analysis on those miRNAs which changed signifi-
cantly during the interval studied, important clues can be
obtained to direct subsequent focused studies of particular
developmental events in order to identify specific targets.
Our analysis shows that of the large number of com-
mon miRNAs expressed in the mouse, only a relatively
small number show significant developmental or sex-
specific regulation during the interval studied. This sug-
gests that miRNA targets are likely to be focused on
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processes central to the preparation for extrauterine life.
Several of the core elements identified by the pathway ana-
lysis substantiate this conclusion. Molecules significant for
vascular development, structural remodeling, cell metabol-
ism, and cell proliferation and differentiation were promin-
ent in the analytical trees. A particular value of the pathway
analysis is that it facilitates identification of specific
miRNAs that have been shown to be involved in these pro-
cesses, making them a good starting point to be studied in
the context of lung development. By focusing on miRNAs
known to participate in specific processes (e.g. miR-126 in
vascular formation), one can begin to tease out their roles
in the developing lung.

The idea that miRNAs have sex dependent expression
patterns is not new. In fact, miRNAs show sex-specificity

during Embryonic Stem (ES) cell differentiation [54]. Male
and female differences in physiology and behavior are
widely recognized as contributors to disparities in health
outcomes. miRNAs are postulated to play an important
role in the sexually dimorphic brain [55]. Sex-based
miRNA differences can also contribute to cardiac patholo-
gies [56,57]. Our data suggest that miRNAs may regulate
sex differences in the lung. The role of androgens in regu-
lating lung sex-specific differences during development
has been well established [13]. In light of this information
it is likely that many of these miRNAs are androgen regu-
lated and further studies would enable identification of an-
drogen regulated miRNA pathways in the lung. However,
it is possible that not all of the sex-specific miRNAs are
regulated by androgens. Other factors, such as estrogen
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and TGEp, have also been shown to contribute to sex-
specific differences in lung [20].

A few of the miRNAs that were identified as signifi-
cant in our analysis have been studied by other groups.
Transgenic overexpression of the miR17-92 cluster al-
tered proliferation and differentiation of lung progenitor
cells, and Rbl2 was identified as a target of miR17-5p
[58]. A subsequent study showed that the miR-17 family
can target Stat3 and Mapkl4 to modulate FGF10-
FGFR2b signaling, which is important in lung epithelial
branching morphogenesis [59]. The miR-302/367 cluster
has been shown to regulate the balance between lung
progenitor cell proliferation and differentiation, as well
as progenitor cell polarity [60].

The results from this study should not be interpreted
to indicate that overall only a few miRNAs are active in
the control of lung development. It is highly probable
that many molecules are under miRNA regulation which
does not change within the interval studied. This is evi-
dent when our results are analyzed within the context of
other studies which evaluated lungs at time points out-
side of the focus of our study. Our work does illustrate
the value of a focused analysis to identify function-
oriented targets of miRNA regulation, based on what is
known about these specific miRNAs.

Conclusions

We have identified a set of miRNAs which exhibit either
developmental or sex-specific expression differences dur-
ing a crucial interval of lung development in preparation
for birth. Pathway analysis identifies convergent inter-
active signaling networks that permit subsequent studies
of focused identification and analysis of miRNA-target re-
lationships, based on previously established targets. This
has significant value in determining the role of miRNAs
for development of the fetal lung.

Additional files

Additional file 1: Figure: miRNA profiling of male and female lungs.
Total RNA was isolated from male and female E15 - E18 whole lungs and
mIRNA expression profiling was done using Tagman Rodent miRNA real-
time PCR array. 375 miRNAs were profiled and Ct values were normalized
to U6 snRNA house keeping gene. The technical and biological replicates
were averaged.

Additional file 2: Figure: Expression patterns of miRNAs that
changed significantly with sex and gestation. Total RNA was isolated
from male and female E15 — E18 whole lungs and miRNA expression
profiling was done using Tagman Rodent miRNA real-time PCR array.
Columns with blue bars indicated male lungs, and columns with pink
bars indicate female lungs. Each gestational day is normalized to the
male E15 time point. mmu-miR-363 and mmu-miR-325 are the only
miRNAs that are exclusive to this interaction group. The rest of the
miRNAs in this group overlap with those present in the sex and
gestation groups.

Additional file 3: Table: List of miRNA regulators and targets. Using
the Ingenuity Pathway Analysis database, the GO Annotations, upstream
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regulators, and downstream regulators/targets of miRNAs that changed
significantly between sexes and with gestation were identified.

Additional file 4: Fold change values of miRNAs that changed
significantly between sexes and gestation. Fold change values were
calculated using deltaCT values in Additional file 1.

Abbreviations

miRNA: microRNA; RISC: RNA induced silencing complex; IGFR1: Insulin-like
growth factor receptor 1; IGF: Insulin-like growth factor; Akt: Protein Kinase B;
Tp53: Tumor protein 53; EGFR: Epidermal growth factor receptor;

PDGF: Platelet-derived growth factor; VEGFA: Vascular endothelial growth
factor A; IR: Insulin receptor; Src: Sarcoma.

Competing interests
The authors declare that they have no competing interests of a financial or
non-financial nature.

Authors’ contributions

SM participated in the design of the study, carried out the experiments,
performed the IPA analysis and participated in writing the manuscript. TL
performed the array analysis and developed the heat map figures. MW
participated in the design of the study and in writing the manuscript. HCN
participated in the design of the study and in writing the manuscript. All
authors read and approved the final manuscript.

Authors’ information
MaryAnn V Volpe and Heber C Nielsen are co-senior authors.

Acknowledgements

The authors are grateful for the assistance and suggestions from Lucia Pham.
This work was supported by NIH HL037930, NIH HL085648, and the Peabody
Foundation.

Author details

"Program in Cell, Molecular and Developmental Biology, Sackler School of
Graduate Biomedical Sciences, Tufts University School of Medicine, Boston,
MA, USA. Institute for Clinical Research and Health Policy Studies, Tufts
Medical Center, Boston, MA, USA. “Division of Newborn Medicine,
Department of Pediatrics, Floating Hospital for Children at Tufts Medical
Center, 800 Washington Street, Boston, MA 02111, USA. 4Departmem of
Anatomy and Cell Biology Tufts University School of Medicine, Boston, MA,
USA.

Received: 12 October 2012 Accepted: 16 April 2013
Published: 24 April 2013

References

1. DuTT, Zamore PD: microPrimer: The biogenesis and function of
microRNA. Development 2005, 132(21):4645-4652.

2. Harris KS, Zhang Z, McManus MT, Harfe BD, Sun X: Dicer function is
essential for lung epithelium morphogenesis. Proc Natl Acad Sci USA 2006,
103(7):2208-2213.

3. Dong J, Jiang G, Asmann YW, Tomaszek S, Jen J, Kislinger T, Wigle DA:
MicroRNA networks in mouse lung organogenesis. PLoS One 2010,
5(5):210854.

4. Williams AE, Moschos SA, Perry MM, Barnes PJ, Lindsay MA: Maternally
imprinted microRNAs are differentially expressed during mouse and
human lung development. Dev Dyn 2007, 236(2):572-580.

5. Yang Y, Kai G, Pu X, Qing K, Guo X, Zhou X: Expression profile of
microRNAs in fetal lung development of Sprague-Dawley rats. Int J Mol
Med 2012, 29(3):393-402.

6. LuY, Okubo T, Rawlins E, Hogan BLM: Epithelial progenitor cells of the
embryonic lung and the role of microRNAs in their proliferation. Proc Am
Thorac Soc 2008, 5(3):300-304.

7. Bhaskaran M, Wang Y, Zhang H, Weng T, Baviskar P, Guo Y, Gou D, Liu L:
MicroRNA-127 modulates fetal lung development. Physiol Genomics 2009,
37(3):268-278.

8. Maeda Y, Dave V, Whitsett JA: Transcriptional control of lung
morphogenesis. Physiol Rev 2007, 87(1):219-244.


http://www.biomedcentral.com/content/supplementary/1471-213X-13-13-S1.docx
http://www.biomedcentral.com/content/supplementary/1471-213X-13-13-S2.tiff
http://www.biomedcentral.com/content/supplementary/1471-213X-13-13-S3.docx
http://www.biomedcentral.com/content/supplementary/1471-213X-13-13-S4.docx

Mujahid et al. BMC Developmental Biology 2013, 13:13
http://www.biomedcentral.com/1471-213X/13/13

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

32.

Sayed D, Abdellatif M: MicroRNAs in development and disease. Physiol Rev
2011, 91(3):827-887.

Fleisher B, Kulovich MV, Hallman M, Gluck L: Lung profile - Sex-differences
in normal-pregnancy. Obstet Gynecol 1985, 66(3):327-330.

Nielsen HC: Androgen receptors influence the production of pulmonary
surfactant in the testicular feminization mouse fetus. J Clin Invest 1985,
76(1):177-181.

Nielsen HC: Epidermal growth-factor influences the developmental clock
regulating maturation of the fetal lung fibroblast. Biochim Biophys Acta
1989, 1012(2):201-206.

Nielsen HC, Torday JS: Sex differences in fetal lung development. In
Endochrinology of the lung. Edited by Mendelson CR. 999 Riverview Drive,
Suite 208 Totowa, New Jersey 07512: Humana Press Inc; 2000:141-159.
Bresson E, Seaborn T, Cote M, Cormier G, Provost PR, Piedboeuf B, Tremblay
Y: Gene expression profile of androgen modulated genes in the murine
fetal developing lung. Reprod Biol Endocrinol 2010, 8:2.

Nielsen HC, Torday JS: Anatomy of fetal rabbit gonads and the sexing of
fetal rabbits. Lab Anim 1983, 17(2):148-150.

R Development Core Team: R: A language and environment for statistical
computing. Vienna, Austria: R foundation for statistical computing; 2010.
Dabney A, Storey JD, Warnes GR: qvalue: Q-value estimation for false
discovery rate control, R package version 1.24.0; 2010 [http://CRAN R-project.
org/package=qvalue].

Pinheiro J, Bates D, DebRoy S, Sarkar D, R Development Core Team: Nime:
linear and nonlinear mixed effects models, R package version 3.1-103; 2011
[http://www.R-project.org].

Warnes GR, Bolker B, Bonebakker L, Gentleman R, Huber W, Liaw A, Lumley
T, Maechler M, Magnusson A, Moeller S, Schwartz M, Venables B: gplots:
Various R programming tools for plotting data (comprehensive R archive
network), R package version 2.80; 2011 [http://cran.r-project.org/web/
packages/gplots/index.html].

Seaborn T, Simard M, Provost PR, Piedboeuf B, Tremblay Y: Sex hormone
metabolism in lung development and maturation. Trends Endocrinol
Metab 2010, 21(12):729-738.

Hanley K, Rassner U, Jiang Y, Vansomphone D, Crumrine D, Komuves L,
Elias PM, Feingold KR, Williams ML: Hormonal basis for the gender
difference in epidermal barrier formation in the fetal rat - Acceleration
by estrogen and delay by testosterone. J Clin Inves 1996,
97(11):2576-2584.

Nielsen HC, Zinman HM, Torday JS: Dihydrotestosterone inhibits fetal
rabbit pulmonary surfactant production. J Clin Invest 1982, 69(3):611-616.
Torday JS, Nielsen HC: The Sex difference in fetal lung surfactant
production. Exp Lung Res 1987, 12(1):1-19.

Schmidt AF, Goncalves FLL, Regis AC, Gallindo RM, Sbragia L: Prenatal
retinoic acid improves lung vascularization and VEGF expression in CDH
rat. Obstet Gynecol 2012, 207(1):76.e25.

Ruttenstock E, Doi T, Dingemann J, Puri P: Prenatal administration of
retinoic acid upregulates insulin-like growth factor receptors in the
nitrofen-induced hypoplastic lung. Birth Defects Res B Dev Reprod Toxicol
2011, 92(2):148-151.

Liebeskind A, Srinivasan S, Kaetzel D, Bruce M: Retinoic acid stimulates
immature lung fibroblast growth via a PDGF-mediated autocrine
mechanism. Am J Physiol Lung Cell Mol Physiol 2000, 279(1):L81-L90.
Kumar S, Duester G: SnapShot: retinoic acid signaling. Cell 2011,
147(6):1422-1422.

Ubels JL, Wertz JT, Ingersoll KE, Jackson RS, Aupperlee MD: Down-
regulation of androgen receptor expression and inhibition of lacrimal
gland cell proliferation by retinoic acid. Exp Eye Res 2002, 75(5):561-571.
Han R, Post M, Tanswell A, Lye S: Insulin-like growth factor-I receptor-
mediated vasculogenesis/angiogenesis in human lung development.
Am J Respir Cell Mol Biol 2003, 28(2):159-169.

Coppola D, Ferber A, Miura M, Sell C, Dambrosio C, Rubin R, Baserga R: A
functional insulin-like growth-factor-i receptor is required for the
mitogenic and transforming activities of the epidermal growth-factor
receptor. Mol Cell Biol 1994, 14(7):4588-4595.

Nagata K, Masumoto K, Uesugi T, Yamamoto S, Yoshizaki K, Fukumoto S,
Nonak K, Taguchi T: Effect of insulin-like-growth factor and its receptors
regarding lung development in fetal mice. Pediatr Surg Int 2007,
23(10):953-959.

Oue T, Taira Y, Shima H, Miyazaki E, Puri P: Effect of antenatal
glucocorticoid administration on insulin-like growth factor I and Il levels

33.

34,

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

52.

53.

54.

55.

56.

Page 10 of 11

in hypoplastic lung in nitrofen-induced congenital diaphragmatic hernia
in rats. Pediatr Surg Int 1999, 15(3-4):175-179.

Klein JM, Nielsen HC: Androgen regulation of epidermal growth-factor
receptor-binding activity during fetal rabbit lung development. J Clin
Invest 1993, 91(2):425-431.

Rosenblum D, Volpe M, Dammann C, Lo Y, Thompson J, Nielsen H:
Expression and activity of epidermal growth factor receptor in late fetal
rat lung is cell- and sex-specific. Exp Cell Res 1998, 239(1):69-81.

Wang J, Ito T, Udaka N, Okudela K, Yazawa T, Kitamura H: PI3K-AKT
pathway mediates growth and survival signals during development of
fetal mouse lung. Tissue Cell 2005, 37(1):25-35.

Ahn'Y, Yang Y, Gibbons DL, Creighton CJ, Yang F, Wistuba II, Lin W,
Thilaganathan N, Alvarez CA, Roybal J, Goldsmith EJ, Tournier C, Kurie JM:
Map2k4 Functions as a tumor suppressor in lung adenocarcinoma and
inhibits tumor cell invasion by decreasing peroxisome proliferator-
activated receptor gamma 2 expression. Mol Cell Biol 2011,
31(21):4270-4285.

Brennan P, Hainaut P, Boffetta P: Genetics of lung-cancer susceptibility.
Lancet Oncol 2011, 12(4):399-408.

Tebar M, Boex J, Have-Opbroek A: Functional overexpression of wild-type
p53 correlates with alveolar cell differentiation in the developing human
lung. Anat Rec 2001, 263(1):25-34.

Felts JM: Biochemistry of the lung. Health Phys 1964, 10(12):973-979.
Ulane RE, Graeber JE, Hansen JW, Liccini L, Cornblath M: Insulin-receptors
in the developing fetal lung. Life Sc 1982, 31(26):3017-3022.

Kaner RJ, Crystal RG: Compartmentalization of vascular endothelial
growth factor to the epithelial surface of the human lung. Mol Med 2001,
7(4):240-246.

Mariani TJ, Reed JJ, Shapiro SD: Expression profiling of the developing
mouse lung: insights into the establishment of the extracellular matrix.
Am J Respir Cell Mol Biol 2002, 26(5):541-548.

Tang KC, Rossiter HB, Wagner PD, Breen EC: Lung-targeted VEGF
inactivation leads to an emphysema phenotype in mice. J Appl Physiol
2004, 97(4):1559-1566.

Zeng X, Wert SE, Federici R, Peters KG, Whitsett JA: VEGF enhances
pulmonary vasculogenesis and disrupts lung morphogenesis in vivo.
Dev Dyn 1998, 211(3):215-227.

Yamamoto H, Yun EJ, Gerber H, Ferrara N, Whitsett JA, Vu TH: Epithelial-
vascular cross talk mediated by VEGF-A and HGF signaling directs
primary septae formation during distal lung morphogenesis. Dev Biol
2007, 308(1):44-53.

Wang S, Aurora AB, Johnson BA, Qi X, McAnally J, Hill JA, Richardson JA,
Bassel-Duby R, Olson EN: The endothelial-specific microRNA miR-126
governs vascular integrity and angiogenesis. Dev Cell 2008, 15(2):261-271.
Sakai T, Larsen M, Yamada KM: Fibronectin requirement in branching
morphogenesis. Nature 2003, 423(6942):876-881.

Roman J: Fibronectin and fibronectin receptors in lung development.
Exp Lung Res 1997, 23(2):147-159.

Guo S, Lu J, Schlanger R, Zhang H, Wang JY, Fox MC, Purton LE, Fleming
HH, Cobb B, Merkenschlager M, Golub TR, Scadden DT: MicroRNA miR-
125a controls hematopoietic stem cell number. Proc Natl Acad Sci USA
2010, 107(32):14229-14234.

Podolska A, Kaczkowski B, Busk PK, Sokilde R, Litman T, Fredholm M, Cirera
S: MicroRNA expression profiling of the porcine developing brain. PLoS
One 2011, 6(1):e14494.

Cordes KR, Srivastava D: MicroRNA regulation of cardiovascular
development. Circ Res 2009, 104(6):724-732.

Mujahid S, Nielsen HC, Volpe MV: MiR-221 and miR-130a regulate lung
airway and vascular development. PLoS One 2013, 8(2):e55911.

Bartel DP, Bartel D, Bartel DP: MicroRNAs: target recognition and
regulatory functions. Cell 2009, 136(2):215-233.

Ciaudo C, Servant N, Cognat V, Sarazin A, Kieffer E, Viville S, Colot V, Barillot
E, Heard E, Voinnet O: Highly dynamic and sex-specific expression of
microRNAs during early ES cell differentiation. PLoS Genet 2009,
5(8):1000620.

Morgan CP, Bale TL: Sex differences in microRNA regulation of gene
expression: no smoke, just miRs. Biol Sex Differ 2012, 3(1):22.

Rao PK, Toyama Y, Chiang HR, Gupta S, Bauer M, Medvid R, Reinhardt F,
Liao R, Krieger M, Jaenisch R, Lodish HF, Blelloch R: Loss of cardiac
microRNA-mediated regulation leads to dilated cardiomyopathy and
heart failure. Circ Res 2009, 105(6):585-594.


http://cran.r-project.org/package=qvalue
http://cran.r-project.org/package=qvalue
http://www.r-project.org
http://cran.r-project.org/web/packages/gplots/index.html
http://cran.r-project.org/web/packages/gplots/index.html

Mujahid et al. BMC Developmental Biology 2013, 13:13
http://www.biomedcentral.com/1471-213X/13/13

57.  Stauffer BL, Sobus RD, Sucharov CC: Sex differences in cardiomyocyte
connexin43 expression. J Cardiovasc Pharmacol 2011, 58(1):32-39.

58. LuY, Thomson JM, Wong HY, Hammond SM, Hogan BL: Transgenic over-
expression of the microRNA miR-17-92 cluster promotes proliferation
and inhibits differentiation of lung epithelial progenitor cells. Dev Biol
2007, 310(2):442-453.

59. Carraro G, El-Hashash A, Guidolin D, Tiozzo C, Turcatel G, Young BM, De
Langhe SP, Bellusci S, Shi W, Parnigotto PP, Warburton D: miR-17 family of
microRNAs controls FGF10-mediated embryonic lung epithelial
branching morphogenesis through MAPK14 and STAT3 regulation of E-
Cadherin distribution. Dev Biol 2009, 333(2):238-250.

60. Tian Y, Zhang Y, Hurd L, Hannenhalli S, Liu F, Lu MM, Morrisey EE:
Regulation of lung endoderm progenitor cell behavior by miR302/367.
Development 2011, 138(7):1235-1245.

doi:10.1186/1471-213X-13-13
Cite this article as: Mujahid et al: miRNA regulated pathways in late
stage murine lung development. BMC Developmental Biology 2013 13:13.

Page 11 of 11

Submit your next manuscript to BioMed Central
and take full advantage of:

¢ Convenient online submission

¢ Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

* Research which is freely available for redistribution

Submit your manuscript at ( -
www.biomedcentral.com/submit BiolVed Central




	Abstract
	Background
	Results
	Conclusion

	Background
	Methods
	Isolation of total RNA
	miRNA arrays
	Data analysis

	Results
	Specific miRNAs are differentially expressed between sexes and with advancing gestation
	Networks for miRNAs changing significantly with sex
	Networks for miRNAs changing significantly with gestation

	Discussion
	Conclusions
	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Authors’ information
	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


