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Abstract

Background: Infertility affects ~10-15% of couples trying to have children, in which the rate of male fertility problems is
approximately at 30-50%. Copy number variations (CNVs) are DNA sequences greater than or equal to 1 kb in length
sharing a high level of similarity, and present at a variable number of copies in the genome; in our study, we used the
canine species as an animal model to detect CNVs responsible for male infertility. We aim to identify CNVs associated
with male infertility in the dog genome with a two-pronged approach: we performed a sperm analysis using the CASA
system and a cytogenetic-targeted analysis on genes involved in male gonad development and spermatogenesis with
fluorescence in situ hybridization (FISH), using dog-specific clones. This analysis was carried out to evaluate possible
correlations between CNVs on targeted genes and spermatogenesis impairments or infertility factors.

Results: We identified two genomic regions hybridized by BACs CH82-321J09 and CH82-509B23 showing duplication
patterns in all samples except for an azoospermic dog. These two regions harbor two important genes for
spermatogenesis: DNM2 and TEKT1. The genomic region encompassed by the BAC clone CH82-324I01 showed a
single-copy pattern in all samples except for one dog, assessed with low-quality sperm, displaying a marked duplication
pattern. This genomic region harbors SOX8, a key gene for testis development.

Conclusion: We present the first study involving functional and genetic analyses in male infertility. We set up an
extremely reliable analysis on dog sperm cells with a highly consistent statistical significance, and we succeeded in
conducting FISH experiments on sperm cells using BAC clones as probes. We found copy number differences in infertile
compared with fertile dogs for genomic regions encompassing TEKT1, DNM2, and SOX8, suggesting those genes could
have a role if deleted or duplicated with respect to the reference copy number in fertility biology. This method is of
particular interest in the dog due to the recognized role of this species as an animal model for the study of human
genetic diseases and could be useful for other species of economic interest and for endangered animal species.
Background
Infertility affects ~10-15% of couples that try to have
children [1,2]. During the last 15 years, attention of the
scientific world to male-related fertility issues has grown
exponentially, so that the percentage of male fertility prob-
lems in couples that cannot achieve a pregnancy raised till
nowadays, when it is approximately estimated at 30-50%
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[3]. Genetic causes of male infertility involve a large group
of genes leading to multifactorial male differentiation de-
fects, abnormal spermatogenesis or impaired sperm func-
tion; the estimated number of these genes is ~2000; most
of them are present on the autosomic chromosomes,
while ~30 genes encompass the Y chromosome [4]. Cyto-
genetic abnormalities in somatic cells associated with male
infertility are very frequent, and can be found at different
rates (from 3% to 19%) depending on the particular fertil-
ity problem [5]. Copy number variations (CNVs) are de-
fined as DNA sequences ≥1 kb in length that are present
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at a variable number of copies in the genome and sharing
high level of similarity (≥95%). CNVs in the human gen-
ome are at least 1,447, harboring hundreds of genes and
covering 12% of the entire genome [6], leading to high
genetic variability among populations or even individuals.
[7]. CNVs can predispose to genomic disorders or com-
plex genetic diseases such as autism and schizophrenia
due to non correct recombinative events between non al-
lelic CNVs [8-11]. Few studies relate human infertility to
CNVs, and most of them did not show any clear associ-
ation between phenotype and genotype [12].
One targeted assay on copy number variations of SPANX

gene family, coding for a protein involved in sperm devel-
opment, showed no differences in the average CNV pat-
terns between fertile and infertile men [13]. In our study,
we used the dog as an animal model to detect CNVs
responsible of infertility. We aim to identify CNVs as-
sociated with male infertility in dog genome with a cyto-
genetic targeted analysis on genes involved in male gonad
development and spermatogenesis. In particular, mor-
phological and functional analyses of the canine semen
samples were performed on a Computer Assisted Sperm
Analyzer (CASA) device followed by Fluorescent In Situ
Hybridization (FISH) performed on dog sperm cells using
Canis familiaris Bacterial Artificial Chromosomes (BAC)
clones, in order to evaluate possible correlations between
CNVs on targeted genes and spermatogenesis impair-
ments or infertility factors. Awareness about the import-
ance of deep studies on Canis familiaris genome has been
increasing during last years. First, we chose canine species
for the increasing role of the ever-expanding purebred
dogs industry in the economic and social environments;
indeed, dog infertility results in substantial financial losses
to canine breeding industry. Second, from a human-
related point of view, dog attracts much interest for its
pathological correlation with Homo sapiens. Up to at least
370 known canine genetic diseases have been described,
and more than an half of them (215) show great similarity
to human diseases (i.e. epilepsy [14], Alzheimer’s disease
[15], chronic hepatitis [16], type 2 diabetes [17] or cancer
[18,19]); for 41 of them, the abnormal disease-causing gene
product is the same in both species. Purebred dogs are
more prone to genetic disorders compared with mixed-
breed dogs, because of their genetic isolation caused by the
pedigree barrier used by dog breeders during last centuries
of breed selections [20]. Last, dog represents a good model
because of the ease in retrieving samples to be analyzed in
replicate, differently from human where it is not ethically
accepted to perform study on sperm samples.

Methods
Semen physiologic analysis
Use of Computer-Aided Sperm Analysis (CASA) system
for dog semen samples has been standardized during the
last years [21,22]. The Hamilton-Thorn computer-aided
semen analyzer (IVOS 12.3) has been used for semen
analyses. We analyzed 12 purebred dogs and classified
them according to their reproductive clinical features
and medical history in: infertile, partial infertile and fertile.
All subjects were checked and did not show any systemic
pathology. Dogs age ranged from 2 to 12 years old with
different body sizes (from 7 to 59 kg) (Additional file 1:
Table S1). In oligo-azoospermic subjects, seminal ALP
(alkaline phosphatase) was evaluated in order to exclude
obstructive or partially obstructive ejaculation (only 1–3
fractions). Seminal ALP is produced in the epididymis.
In normal ejaculates, ALP concentrations are >5000 U/L;
in cases of incomplete ejaculation, it is <5000 U/L and
often <2000 U/L [23,24]. Oligo-azoospermic subjects
showed ALP values higher than 5000 U/L. Semen samples
were collected by manual manipulation in presence of a
teaser bitch in estrous phase of the reproductive cycle [25]
and we diluted them in PBS (Phosphate Buffer Saline,
P4417, Sigma, Milan, Italy) [26].
Motility parameters measurements have been carried

out in triplicate in order to minimize systematic bias;
thus, spermatozoa in slide chambers have been immobi-
lized by heat with a specific soldering iron, then a
morphology assessment has been performed.
Sperm morphology was visually assessed on images taken

at the CASA system, including 5 fields per sample, contain-
ing a mean value of 100 cells. Sperm abnormalities were re-
corded according to Kruger classification criteria [27] as
reported by WHO manual [28]. Additionally, all subjects
underwent clinical and ultrasound examination of testes
and prostate, in order to assess their size and appearance
which were found as being normal.
FISH analysis on lymphocytes
Dog lymphocytes derived from peripheral blood samples
treated as previously described [29] have been fixed onto
slides and viewed at a phase contrast microscope to verify
a proper number of metaphases and good nuclei morph-
ology. Incubation at 90°C for 1h30′ contributed to sam-
ple fixation and dehydratation, whereas a treatment with
0.005% pepsin/HCl 0.01 M eliminated cytoplasm proteins
in order to obtain better hybridization rates. Subsequent
treatments in PBS 1X, MgCl2 0.5 M, 8% paraformaldehyde
and 70%/90%/absolute alcohols allowed a proper stabili-
zation, fixation and dehydratation of metaphases and nu-
clei DNA molecules. FISH experiments were performed
as previously described [30]. FISH probes were canine-
specific BACs (Children’s Hospital Oakland Research
Institute, Oakland, California) covering 23 genes with
previously reported associations with human male infertil-
ity (Table 1). Digital images were obtained using a Leica
epifluorescence microscope equipped with a cooled CCD



Table 1 List of BAC probes used in the analysis covering fertility-related genes in dog genome (canFam3)

BAC Genomic location (canFam3) Fertility-related gene Evidence for association with male infertility

CH82-27F18 chr27:40192610-40366638 AKAP3 Baccetti, B. et al., Hum Reprod 20, 2790–4 (2005)

CH82-334A11 chrX:7765138-7950438 AMELX Belangero S.I. et al., Fertil Steril 91(6):2732 (2009)

CH82-65N01 chr20:56704541-56944568 AMH Behringer, R.R. et al., Endocrinology 140, 5789–96 (1999)

CH82-11J15 chr27:1694095-1903282 AMHR2 Mishina, Y. et al., Genes and Development 10, 2577–2587 (1996)

CH82-407I16 chr1:100742919-100931191 AURKC Kimmins, S. et al., Mol Endocrinol 21, 726–39 (2007)

CH82-305N04 chr25:7711226-7886381 BRCA2 Zhoucun, A. et al., Eur J Obstet Gynecol Reprod Biol 124, 61–4 (2006)

CH82-368C17 chr30:10463213-10662079 CATSPER2 Carlson, A.E. et al., J Biol Chem 280, 32238–44 (2005)

CH82-253P13 chr23:26086962-26275904 DAZ1 Ferlin, A. et al., J Med Genet 42, 209–13 (2005)

CH82-297B18 chrX:35709014-35892273 DBY Kamp, C. et al., Mol Hum Reprod 7, 987–94 (2001)

CH82-445I13 chr14:35426377-35621549 DNAH11 Zuccarello, D. et al., Hum Reprod 23, 996–1001 (2008)

CH82-321J09 chr20:50322273-50530852 DNM2 Kusumi N. et al., Cell Struct Funct 32(2):101–13 (2007)

CH82-440F04 chr15:29579158-29772026 KITLG Galan, J.J. et al., Hum Reprod 21, 3185–92 (2006)

CH82-405N09 chr35:18700928-18891574 MBOAT1 Dauwerse, J.G. et al., Eur J Hum Genet 15, 743–51 (2007)

CH82-124P21 chrX:1890901-2116844 PRKY Beaulieu Bergeron M. et al., Sex Dev 5(1):1–6 (2011)

CH82-201N14 chrX:107062196-107233557 RBMYA1 Ferlin, A. et al., Hum Reprod 14, 1710–6 (1999)

CH82-209K14 chr18:52294310-52482357 SF1 Wada, Y. et al., Fertil Steril 85, 787–90 (2006)

CH82-324I01 chr6:39621314-39791666 SOX8 O’Bryan, M.K. et al., Dev Biol 316, 359–70 (2008)

CH82-26I08 chr9:8216019-8376420 SOX9 Wagner, T. et al., Cell 79, 1111–20 (1994)

CH82-74B17 chr34:37043606-37239097 SPATA16 Dam, A.H. et al., Am J Hum Genet 81, 813–20 (2007)

CH82-509B23 chr5:30594052-30773674 TEKT1 Zuccarello, D. et al., Hum Reprod 23, 996–1001 (2008)

CH82-393J06 chr12:71836296-72027577 TSPY1 Vodicka, R. et al., Reprod Biomed Online 14, 579–87 (2007)

CH82-53P08 chrX:35486398-35688401 USP9Y Kuo, P.L. et al., Fertil Steril 81, 1034–40 (2004)

CH82-488G17 chrX:38803472-38976270 UTY Foresta, C. et al., Hum Mol Genet 9, 1161–9 (2000)
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camera. Pseudocoloring and merging of images were per-
formed using Adobe Photoshop™ software.

FISH analysis on sperm cells (S-FISH)
We modified and standardized for our specific purposes
a previously reported sperm preparation protocol for
FISH analysis [31]. Sperm cells resuspended in metha-
nol/acetic acid (at a 3:1 ratio) were applied onto slides,
dehydrated in 80% methanol at −20°C for 20'; to decon-
dense sperm cell chromatin, slides were treated with a
DTT (DL-Dithiotreitol, Sigma-Aldrich) 10 mM solution
for 25′ and subsequently in a DTT 1 mM/SDS (Sodium
Dodecyl Sulphate, J.T. Baker) 10 mM/Tris solution for
2h30′. After that, sperm cells with decondensed chroma-
tin were re-dehydrated in 80% methanol at −20°C for 20′
and then stored at −20°C. Following steps of FISH analysis
were carried out in the same way as described above.

Statistical analysis
To measure of the strength of the linear relationship
between post-analysis physiological features and hybrid-
ized probes signals Pearson’s correlation coefficient were
calculated by using the SAS™ package v9.2 (SAS Institute
Inc., Cary, NC). P-value was used to assess the significance
of the correlation coefficient. If this probability was lower
than 5% (P <0.05) the correlation coefficient was consid-
ered statistically significant.
Results
Semen evaluation test
Sperm samples were analyzed for functional and mor-
phological properties. We evaluated different parameters
to assess a complete analysis on sperm cells: we assessed
quantitative (concentration and total sperm output-TSO
[32]), and qualitative parameters (total and progressive mo-
tility). Motility subcategories were also measured: average
path velocity (VAP), straight-line rectilinear velocity (VSL),
curvilinear velocity (VCL), amplitude of lateral head dis-
placement (ALH), beat cross frequency (BCF), straightness
(STR), and linearity (LIN). Progressively motile cells sub-
parameters (rapid, medium, slow and static) percentages
were evaluated as well. Moreover, morphological aspects
of sperm cells were carefully considered (Additional file 1:
Table S1).
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Based on total and progressive motility, total sperm out-
put (TSO) and concentration parameters, we preliminarily
evaluated 7 samples (dog #1 to #7) as good quality, 2 sam-
ples (dog #8 and #9) as mediocre and 3 samples (dog #10
to #12) as low-quality. Subsequently, we were able to con-
firm these classifications by analyzing progressive motility
subcategories and speed motility subdivisions (Additional
file 1: Table S1). Dog #6 showed low TSO and concentra-
tion values, but it showed excellent values in the other pa-
rameters, thus it was considered as a good quality sample.
Although high TSO and concentration values, Dog #8 was
evaluated as mediocre according to the high rate of sperm
cells showing residual proximal cytoplasmic droplets and
coiled tails (Figure 1, Additional file 1: Table S1). In
addition, we reported suboptimal values for progressive
motility subparameters (Figure 2). Dog #12 showed severe
azoospermia by the absence of any sperm cell in his ejacu-
late; for this reason in this subject it was not possible to
perform any sperm test (Additional file 2: Figure S1 and
Additional file 1: Table S1).
Figure 1 Hamilton-Thorne IVOS 12.3 screenshots showing
normal sperm cells morphology for dog #1 (A) and abnormal
morphology in dog #8, with presence of cytoplasmic droplets
(white arrows) and coiled tails (black arrows) (B).
FISH analysis on lymphocytes
We could retrieve blood samples from 6 out of 12 dogs,
then those samples were analyzed by 2 colors FISH using a
single dog BAC clone (CH82-297B18 or CH82-53P08) as
single control region, and one of the 23 previously selected
BAC probes to define gene copy number; among these
samples, 4 out of 6 dogs belonged to the good quality co-
hort (dogs #1, #2, #5 and #7) and the other two to the low-
quality group (#11 and #12). Two regions (CH82-321J09
and CH82-509B23) were found to be duplicated in all sam-
ples except for the azoospermic dog #12, whereas the gen-
omic region encompassed by the BAC clone CH82-324I01
showed a single-copy pattern in all samples except for the
dog #11 (low-quality group), displaying a marked duplica-
tion pattern (3 copies) (Figure 3A and Additional file 3:
Table S2). The rest of analyzed regions showed a variable
copy number in canine genome and no direct correlation
was found between phenotypes and copy numbers. All the
results were compared to the most comprehensive catalog
of canine structural variation to date published in 2011
[33], although the breeds analyzed in that catalog do not
match with some of the breeds (such a Cane Corso and
Dogo Argentino) we could retrieve samples.

FISH analysis on sperm cells (S-FISH)
We analyzed the three genomic regions spanned by
BACs CH82-321J09, CH82-509B23 and CH82-324I01
performing Fluorescent In Situ Hybridization analysis
onto sperm cells (S-FISH) deriving from the samples we
could retrieve blood; case #12 could not be analyzed as it
resulted azoospermic. S-FISH analysis was carried out in
order to compare the duplication patterns between som-
atic and germinal cell. We counted fluorescence signals in
at least 100 nuclei, then we calculated the average signal(s)
number per cell; we were able to confirm the previously
reported results, even the assessment of the heterozygous
patterns (Figure 3B and Table 2 and Additional file 4:
Table S3). Statistically significant correlations between
semen quality parameters and hybridized probes signals of
BAC clones (average/BAC Additional file 4: Table S3) were
detected. In particular, a high percentage of sperm in the
static subcategory was positively related to increased signals
of BAC clone CH82-405N09 (r = 0.67 P = 0.02), CH82-
53P08 (r = 0.66 P = 0.02) and CH82-209K14 (r = 0.59 P =
0.05). This pattern was further confirmed by the negative
correlation between BAC clone CH82-405N09 signals and
the percentage of progressive motility (r = −0.67 P = 0.02),
and between BAC clone CH82-53P08 signals and total mo-
tility (r = −0.61 P = 0.04). In addition a high percentage of
rapid sperm corresponded to low signals of BAC clone
CH82-405N09 (r = −0.72 P = 0.01) and CH82-209K14
(r = −0.62 P = 0.04). Negative correlations were also
found between kinetics parameters VAP, VSL, VCL,
ALH and signals of BAC clone CH82-253P13 (r = −0.71



Figure 2 Hamilton-Thorne IVOS 12.3 CASA analyses on 11 sperm samples. Total and progressive motility computed LS-MEAN values are
displayed, as well as percentages of rapid, medium, slow and static cells. Statistical significance analysis was performed with SAS software.
a vs b, c vs d, e vs f: P≤ 0.0002.
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Figure 3 FISH experiments on lymphocytes. A. Co-hybridizations of BACs CH82-321J09, CH82-324I01, and CH82-509B23 (Cy-3 labeled, in red)
with single-copy control BACs CH82-297B18 and CH82-53P08 (Cy-5 labeled, in green) on lymphocytes from 6 samples. Bigger sizes of hybridization
signals for BAC CH82-321 J09 and CH82-509B23 compared with single-copy control BACs CH82-297B18 and CH82-53P08 reveal duplications in those
genomic regions in all the analyzed samples except for sample #12. Sample #11 shows bigger hybridization signals for probe CH82-324I01 compared
with other samples and single-copy control probe, suggesting a clear and isolated duplication pattern. B. same co-hybridizations on sperm cells from
the 5 out of the 6 samples shown in part A.
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P = 0.01), (r = −0.63 P = 0.03), (r = −0.76 P = 0.006), and
(r = −0,69 P = 0.01) respectively. Overall, increased BAC
signals corresponded to low semen quality.
We performed a parallel analysis by hybridizing on

sperm cells a probe covering the genomic region har-
boring DBY gene, on dog X chromosome (CH82-297B18 -
chrX:35,709,014-35,892,273) on the 11 dog sperm samples.
We carried out this analysis in order to see whether
germ cells bearing X and Y chromosome were sorted in
a physiological ratio of 1:1; moreover, this analysis was
used to assess the integrity of sperm DNA after the
chromatin decondensation protocol. Higher concentra-
tions of DTT would overdecondense sperm chromatin,
leading to the visualization of several hybridization signals
even in single-copy regions. We counted at least 300 nu-
clei per sample, and we found percentages of X chromo-
some bearing germ cells ranging from ~48% to ~52%
(Additional file 5: Table S4).
Discussion
Infertility includes a wide range of phenotypes, most of
them difficult to decipher, and whose causes are fre-
quently unknown. Environmental, genetic and behavioral
features participate in inducing a wide spectrum of differ-
ent forms of infertility. In our study we tried to under-
stand if the presence of chromosomal abnormalities as
Copy number variations (CNVs) could be a cause of male
infertility, using canine species as a model. Scientific inter-
est in CNVs has grown exponentially during last years,
and some investigators found out interesting correlations
between male infertility and CNVs in genes involved in re-
lated biological pathways [12,13,34,35]. We carried out for
the first time a molecular genomic characterization of po-
tential roles of CNVs in dogs in mediating male infertility,
accompanied by detailed assessment of sperm quality. In-
fertile male dogs represent tough economical losses for
breeders, thus a reliable and accurate diagnostic tool to



Table 2 Fluorescence In Situ Hybridization results on sperm cells (S-FISH) and lymphocytes from 6 samples

#1 Cane Corso (Xanto)
#2 Dogo Argentino

(Tiburon) #5 Cane Corso (Godzilla) #7 Cane Corso (Master) #11 Cane Corso (Agrado) #12 Cane Corso (Sam)

Lymphocytes Sperm Lymphocytes Sperm Lymphocytes Sperm Lymphocytes Sperm Lymphocytes Sperm Lymphocytes Sperm

Gene BAC Dup status
CN(s) Dup

status Dup status
CN(s) Dup

status Dup status
CN(s) Dup

status Dup status
CN(s) Dup

status Dup status
CN(s) Dup

status Dup status
CN(s) Dup

status

DNM2 CH82-321J09 Dup 1.93 Dup Dup 1.83 Dup Dup (Het) 1.5 Dup (Het) Dup 2 Dup Dup 1.81 Dup Sin - -

SOX8 CH82-324I01 Sin 1.36 Sin Sin 1.45 Sin Sin 1.15 Sin Sin 1.42 Sin Dup 1.69 Dup Sin - -

TEKT1 CH82-509B23 Dup 1.71 Dup Dup 2 Dup Dup 1.63 Dup Dup 1.68 Dup Dup 1.95 Dup Sin - -

DBY CH82-297B18 Sin 1 Sin Sin 1 Sin Sin 1.00 Sin Dup 1.78 Dup Sin 1 Sin Sin - -

USP9Y CH82-53P08 Sin 1.31 Sin Sin 1.21 Sin Dup 1.67 Dup Sin 1 Sin Dup 1.76 Dup Dup - -

BAC CH82-297B18 was used as a single-copy control for all samples except for case #7, where it showed a duplication pattern. In this particular case we used BAC CH82-53P08 for this purpose. Sin, Single; Dup,
Duplicated; CN, copy number; Het, Duplication in Heterozygosis.
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fully characterize causes and features of these pathologies
is highly requested in this environment. We used a two-
pronged approach to quantify and characterize fertility in
male dog: morphological and physiological aspects of male
dog sperm cells were investigated, as well as genomic
variations among samples for key fertility genes. On the
morphology side, we found the presence of cytoplasmic
droplets as well as coiled tails in the sperm cells of few
samples. Cytoplasmic droplets are not deleterious to
sperm motility, however they may be predictive of some
forms of human male infertility [36], while coiled tails
may indicate epididymal disfunction [37]. Moreover, we
have developed a new standardized protocol for FISH
using BAC probes on sperm cells (S-FISH). In previous
similar studies different probes like Whole-Chromosome
Paintings (WCP), Partial Chromosome Paintings (PCP) or
chromosome-specific probes were used, leading to less de-
tailed characterization of genomic duplications/deletions
[31,38,39]. Using BAC probes we focused our analysis to
more specific genomic regions, in particular regions har-
boring genes playing a key role in mammalian male fertil-
ity. We demonstrated a great reliability for this protocol
by validating duplication/deletion patterns found in lym-
phocytes from the same samples, and confirming a 1:1 ra-
tio between X- and Y-chromosome bearing sperm cells
using a “sperm sorting by FISH” method with an X-
specific BAC probe. In our analysis, we found deletion
patterns for BAC probes CH82-321J09 and CH82-509B2
(dog #12, azoospermic) and duplication of BAC CH82-
324I01 (dog #11) in the sample showing the most severe
phenotypes. BAC CH82-321J09 covers a genomic region
harboring 7 genes, among them DNM2 has an important
function in Sertoli cells for tubulobulbar complex (TBC)
formation and spermatid release [40]. To date, no studies
reported any specific correlation between male infertility
and DNM2 gene duplication/deletion. BAC 509B23 harbors
6 known dog protein-coding genes; among them TEKT1
represents a good candidate for its role in spermatogenesis
and sperm cells movement [41,42]. No reports have been
published to date on the causative effect of deletion/dupli-
cation in this genomic region. BAC CH82-324I01 contains
2 full and 3 partial genes; SOX8 has been taken into consid-
eration for its involvement in embryonic testis development
and spermatogenesis regulation in adults [43] (Additional
file 6: Table S5). In the same study, Sox8 null mice devel-
oped a severe infertility phenotype, with spermiation failure
and impairment of spermatogenic cycle. In our case, dog
#11 showing oligozoospermia and asthenozoospermia car-
ries an extra copy of this gene, likely leading to the disor-
ganisation of spermatogenesis steps (Table 2).
Moreover, results from sperm sorting by FISH analysis

state the absence of any alteration in sex chromosomes
segregation in samples. This suggests that, as well as
for sex chromosomes, meiosis errors among autosomal
chromosomes are likely to be excluded for the samples an-
alyzed. With the development of a well-characterized list
of male fertility-related genes to test, S-FISH analysis
could represent a useful tool for breeders to verify any dis-
crepancy in young dogs (i.e. before matings) as well as in
adult infertile dogs to understand the causes underlying
this pathological condition; the routine setup of this two-
pronged approach would be dramatically less time- and
money-consuming for breeders, who will be able to avoid
expensive and difficult matings for verified low quality
samples; this will result in the selection of new generations
of purebred dogs with high economic value. Moreover, on
the clinical point of view, understanding the genetic cause
could represent a chance to develop targeted therapies to
restore fertility in low quality samples.

Conclusion
This is the first study involving functional and genetic ana-
lyses in male infertility with Computer Assisted Sperm
Analysis and Fluorescent In Situ Hybridization assay; we
succeeded in setting up both an extremely reliable and ob-
jective functional analysis with a highly consistent statistical
significance (P <0.0001), and an accurate sperm chromatin
decondensation treatment for more stringent targeted FISH
analysis, with small probes as BAC. So far, published studies
using sperm-FISH analyses were less specific, using marker
probes for chromosomes X, Y, 13, 18 and 21 to show aneu-
ploidies [44]. We found copy number differences in infertile
dogs compared with fertile for genomic regions encompass-
ing TEKT1, DNM2 and SOX8 genes, suggesting a role in
infertility biology if deleted or duplicated with respect to
reference copy number. Bigger cohorts need to be screened
to unravel which part these genomic regions play in male
infertility causes; however, these preliminary results could
suggest those three genes could have a potential role in
male infertility onset when deleted/duplicated. This is be-
cause those genes act in very early phases of embryonic
development and/or in key stages of spermatogenesis;
hence, a change in the normal copy number of these spe-
cific genes, either deletions or duplications, is likely to give
rise to impairments in the normal development of these
phenotypic factors.
This correlation method has a main interest in the dog,

due to the recognized role of this species as an animal
model for the study of genetic deseases in humans, and
could be useful in the near future for other species of eco-
nomical interest, as bovine, equine and ovine, as well as for
endangered animal species.

Additional files

Additional file 1: Table S1. Reproductive anamnesis and sperm quality
in dogs. Legend. NA: Not available information. VAP: average path velocity
(μm/s); VSL: straight-line rectilinear velocity (μm/s); VCL: curvilinear velocity

http://www.biomedcentral.com/content/supplementary/1471-2164-14-921-S1.xlsx


Cassatella et al. BMC Genomics 2013, 14:921 Page 9 of 10
http://www.biomedcentral.com/1471-2164/14/921
(μm/s); ALH: Amplitude of Lateral Head displacement (μm); BCF: Beat Cross
Frequency (Hz); STR: Straightness (%); LIN: Linearity (%). Detection of these
features in dog #12 was not possible for its azoospermia condition.

Additional file 2: Figure S1. Hamilton-Thorne IVOS 12.3 CASA analyses
on 11 sperm samples. Computed LS-MEAN values for VAP, VSL, VCL, ALH,
BCV, STR and LIN parameters. Statistical significance analysis was performed
with SAS software. a vs b, c vs d: P≤0.0002.

Additional file 3: Table S2. Fluorescence In Situ Hybridization results
on lymphocytes from 6 samples with 25 different BACs covering genes
of interest for male reproduction and fertility.

Additional file 4: Table S3. Results from Fluorescence In Situ
Hybridization on sperm cells (S-FISH) carried out on 11 out of 12 samples
analyzed on IVOS 12.3. Dog #12 could not be analyzed because of its
azoospermia condition.

Additional file 5: Table S4. “Sex sorting by FISH” analysis on all the
sperm samples available, with numbers of X positive sperm cells among
the total cells counted, and respective X percentages in germinal cells
population.

Additional file 6: Table S5. Genes included in the three BAC probes
selected for duplication analysis in sperm cells. Biological processes and
molecular functions of each gene were retrieved on The Gene Ontology
database (http://amigo.geneontology.org). In bold, genes playing crucial
roles in male fertility and reproductive phenotypes; in italic, genes
included only partially in the probe.

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

Authors’ contributions
DC carried out the experiments and data analysis, and co-authored the
manuscript. NAM carried out data analysis and co-authored the manuscript.
LV collected biological material and critically evaluated the manuscript. ACG
collected material. MFC managed the BAC collections. FP critically evaluated
the manuscript and contributed valuable discussion and statistical analysis.
MED advised on data analysis and critically evaluated the manuscript. MV
conceived the experiments, carried out experiments and data analysis, and
authored the manuscript. All authors read and approved the final
manuscript.

Acknowledgements
This work was funded by a grant “Futuro in ricerca 2010” RBFR103CE3.

Author details
1Dipartimento di Biologia, Università degli Studi di Bari “Aldo Moro”, Bari,
Italy. 2Sezione di Cliniche Veterinarie e Produzioni Animali, Dipartimento
dell’Emergenza e Trapianti d’Organo (DETO), Università degli Studi di Bari
Aldo Moro, Bari, Valenzano, Italy. 3Consiglio per la Ricerca e la
sperimentazione in Agricoltura (CRA), Unità di ricerca per l’uva da tavola e la
vitivinicoltura in ambiente mediterraneo, Research unit for viticulture and
enology in southern Italy, Via Casamassima, 148, Turi 70010, BA, Italy. 4Istituto
di Biologia e Biotecnologia Agraria, CNR, Milan, Italy.

Received: 17 July 2013 Accepted: 10 December 2013
Published: 27 December 2013

References
1. de Kretser DM: Male infertility. Lancet 1997, 349(9054):787–790.
2. Seli E, Robert C, Sirard MA: OMICS in assisted reproduction: possibilities

and pitfalls. Mol Hum Reprod 2010, 16(8):513–530.
3. Lipshultz LI HS: Infertility in the male. Cambridge: Cambridge University

Press; 1997.
4. Hargreave TB: Genetic basis of male fertility. Br Med Bull 2000, 56(3):650–671.
5. Yoshida A, Miura K, Shirai M: Cytogenetic survey of 1,007 infertile males.

Urol Int 1997, 58(3):166–176.
6. Redon R, Ishikawa S, Fitch KR, Feuk L, Perry GH, Andrews TD, Fiegler H,

Shapero MH, Carson AR, Chen W, et al: Global variation in copy number in
the human genome. Nature 2006, 444(7118):444–454.
7. Perry GH, Dominy NJ, Claw KG, Lee AS, Fiegler H, Redon R, Werner J,
Villanea FA, Mountain JL, Misra R, et al: Diet and the evolution of human
amylase gene copy number variation. Nat Genet 2007, 39(10):1256–1260.

8. Lupski JR: Charcot-Marie-Tooth disease: a gene-dosage effect. Hosp Pract
(Minneap) 1997, 32(5):83–84. 89–91, 94–85 passim.

9. Lupski JR: Charcot-Marie-Tooth disease: lessons in genetic mechanisms.
Mol Med 1998, 4(1):3–11.

10. Lakich D, Kazazian HH Jr, Antonarakis SE, Gitschier J: Inversions disrupting
the factor VIII gene are a common cause of severe haemophilia A.
Nature Genet 1993, 5(3):236–241.

11. Antonacci F, Kidd JM, Marques-Bonet T, Teague B, Ventura M, Girirajan S,
Alkan C, Campbell CD, Vives L, Malig M, et al: A large and complex structural
polymorphism at 16p12.1 underlies microdeletion disease risk. Nature Genet
2010, 42(9):745–750.

12. Stouffs K, Vandermaelen D, Massart A, Menten B, Vergult S, Tournaye H,
Lissens W: Array comparative genomic hybridization in male infertility.
Hum Reprod 2012, 27(3):921–929.

13. Hansen S, Eichler EE, Fullerton SM, Carrell D: SPANX gene variation in
fertile and infertile males. Syst Biol Reprod Med 2010, 55:18–26.

14. Ekenstedt KJ, Patterson EE, Mickelson JR: Canine epilepsy genetics.
Mamm Genome 2012, 23(1–2):28–39.

15. Head E: A canine model of human aging and Alzheimer’s disease.
Biochim Biophys Acta 2013, 1832(9):1384–1389.

16. Favier RP, Spee B, Schotanus BA, van den Ingh TS, Fieten H, Brinkhof B,
Viebahn CS, Penning LC, Rothuizen J: COMMD1-deficient dogs accumulate
copper in hepatocytes and provide a good model for chronic hepatitis
and fibrosis. PLoS One 2012, 7(8):e42158.

17. Jeong YW, Lee GS, Kim JJ, Park SW, Ko KH, Kang M, Kim YK, Jung EM, Hyun SH,
Shin T, et al: Establishment of a canine model of human type 2 diabetes
mellitus by overexpressing phosphoenolypyruvate carboxykinase.
Int J Mol Med 2012, 30(2):321–329.

18. Angstadt AY, Thayanithy V, Subramanian S, Modiano JF, Breen M:
A genome-wide approach to comparative oncology: high-resolution
oligonucleotide aCGH of canine and human osteosarcoma pinpoints
shared microaberrations. Cancer Genet 2012, 205(11):572–587.

19. Pinho SS, Carvalho S, Cabral J, Reis CA, Gartner F: Canine tumors: a
spontaneous animal model of human carcinogenesis. Transl Res 2012,
159(3):165–172.

20. Ostrander EA, Galibert F, Patterson DF: Canine genetics comes of age.
Trends Genet 2000, 16(3):117–124.

21. Iguer-ouada M, Verstegen JP: Evaluation of the “Hamilton Thorn
computer-based automated system” for dog semen analysis.
Theriogenology 2001, 55(3):733–749.

22. Gunzel-Apel AR, Gunther C, Terhaer P, Bader H: Computer-assisted analysis
of motility, velocity and linearity of dog spermatozoa. J of reproduction
and fertility Supplement 1993, 47:271–278.

23. Memon MA: Common causes of male dog infertility. Theriogenology 2007,
68(3):322–328.

24. Schafer-Somi S, Frohlich T, Schwendenwein I: Measurement of alkaline
phosphatase in canine seminal plasma–an update. Reprod Domest Anim
2013, 48(1):e10–e12.

25. Linde-Forsberg C: Achieving canine pregnancy by using frozen or chilled
extended semen. Vet Clin North Am Small Anim Pract 1991,
21(3):467–485.

26. Schafer-Somi S, Aurich C: Use of a new computer-assisted sperm analyzer for
the assessment of motility and viability of dog spermatozoa and evaluation
of four different semen extenders for predilution. Anim Reprod Sci 2007,
102(1–2):1–13.

27. Kruger TM, Franken DR, Menkveld R: A self teaching program for strict sperm
morphology. MQ Medical: Bellville, South Africa; 1993.

28. WHO: WHO laboratory manual for the examination and processng of human
semen. 5th edition. Switzerland: World Health Organization; 2010.

29. Nicholas TJ, Cheng Z, Ventura M, Mealey K, Eichler EE, Akey JM:
The genomic architecture of segmental duplications and associated
copy number variants in dogs. Genome Res 2009, 19(3):491–499.

30. Lichter P, Tang CJ, Call K, Hermanson G, Evans GA, Housman D, Ward DC:
High-resolution mapping of human chromosome 11 by in situ
hybridization with cosmid clones. Science 1990, 247(4938):64–69.

31. Hristova R, Ko E, Greene C, Rademaker A, Chernos J, Martin R: Chromosome
abnormalities in sperm from infertile men with
asthenoteratozoospermia. Biol Reprod 2002, 66(6):1781–1783.

http://www.biomedcentral.com/content/supplementary/1471-2164-14-921-S2.jpeg
http://www.biomedcentral.com/content/supplementary/1471-2164-14-921-S3.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-921-S4.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-921-S5.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-921-S6.xlsx
http://amigo.geneontology.org


Cassatella et al. BMC Genomics 2013, 14:921 Page 10 of 10
http://www.biomedcentral.com/1471-2164/14/921
32. Rijsselaere T, Maes D, Hoflack G, de Kruif A, Van Soom A: Effect of body
weight, age and breeding history on canine sperm quality parameters
measured by the Hamilton-Thorne analyser. Reprod Domest Anim 2007,
42(2):143–148.

33. Nicholas TJ, Baker C, Eichler EE, Akey JM: A high-resolution integrated map
of copy number polymorphisms within and between breeds of the
modern domesticated dog. BMC Genomics 2011, 12:414.

34. Tuttelmann F, Simoni M, Kliesch S, Ledig S, Dworniczak B, Wieacker P, Ropke A:
Copy number variants in patients with severe oligozoospermia and
Sertoli-cell-only syndrome. PLoS One 2011, 6(4):e19426.

35. Harbuz R, Zouari R, Pierre V, Ben Khelifa M, Kharouf M, Coutton C, Merdassi G,
Abada F, Escoffier J, Nikas Y, et al: A recurrent deletion of DPY19L2 causes
infertility in man by blocking sperm head elongation and acrosome
formation. Am J Hum Genet 2011, 88(3):351–361.

36. Fetic S, Yeung CH, Sonntag B, Nieschlag E, Cooper TG: Relationship of
cytoplasmic droplets to motility, migration in mucus, and volume
regulation of human spermatozoa. J Androl 2006, 27(2):294–301.

37. Pelfrey RJ, Overstreet JW, Lewis EL: Abnormalities of sperm morphology in
cases of persistent infertility after vasectomy reversal. Fertil Steril 1982,
38(1):112–114.

38. Rens W, Yang F, Welch G, Revell S, O’Brien PC, Solanky N, Johnson LA,
Ferguson Smith MA: An X-Y paint set and sperm FISH protocol that can
be used for validation of cattle sperm separation procedures.
Reproduction 2001, 121(4):541–546.

39. Sarrate Z, Anton E: Fluorescence in situ hybridization (FISH) protocol in
human sperm. J Vis Exp 2009, 1(31):1–2.

40. Kusumi N, Watanabe M, Yamada H, Li SA, Kashiwakura Y, Matsukawa T,
Nagai A, Nasu Y, Kumon H, Takei K: Implication of amphiphysin 1 and
dynamin 2 in tubulobulbar complex formation and spermatid release.
Cell Struct Funct 2007, 32(2):101–113.

41. Gubbay J, Collignon J, Koopman P, Capel B, Economou A, Munsterberg A,
Vivian N, Goodfellow P, Lovell-Badge R: A gene mapping to the sex-
determining region of the mouse Y chromosome is a member of a novel
family of embryonically expressed genes. Nature 1990, 346(6281):245–250.

42. Foster JW, Dominguez-Steglich MA, Guioli S, Kwok C, Weller PA, Stevanovic M,
Weissenbach J, Mansour S, Young ID, Goodfellow PN, et al: Campomelic
dysplasia and autosomal sex reversal caused by mutations in an
SRY-related gene. Nature 1994, 372(6506):525–530.

43. O’Bryan MK, Takada S, Kennedy CL, Scott G, Harada S, Ray MK, Dai Q,
Wilhelm D, de Kretser DM, Eddy EM, et al: Sox8 is a critical regulator of
adult Sertoli cell function and male fertility. Dev Biol 2008, 316(2):359–370.

44. Pastuszak AW, Lamb DJ: The genetics of male fertility–from basic science
to clinical evaluation. J Androl 2012, 33(6):1075–1084.

doi:10.1186/1471-2164-14-921
Cite this article as: Cassatella et al.: Male infertility and copy number
variants (CNVs) in the dog: a two-pronged approach using Computer
Assisted Sperm Analysis (CASA) and Fluorescent In Situ Hybridization
(FISH). BMC Genomics 2013 14:921.
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
	Conclusion

	Background
	Methods
	Semen physiologic analysis
	FISH analysis on lymphocytes
	FISH analysis on sperm cells (S-FISH)
	Statistical analysis

	Results
	Semen evaluation test
	FISH analysis on lymphocytes
	FISH analysis on sperm cells (S-FISH)

	Discussion
	Conclusion
	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


