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ABSTRACT

Little is known about the genetic basis of evolutionary
changes in sperm phenotype. Postcopulatory sexual selection is
associated with differences in protamine gene sequences and
promoters and is a powerful force acting on sperm form and
function, although links between protamine evolution and sperm
phenotype are scarce. Protamines are involved in sperm
chromatin condensation, and protamine deficiency negatively
affects sperm morphology and male fertility, thus suggesting that
they are important for sperm design and function. We examined
changes in protamine genes and sperm phenotype in rodents to
understand the role of sexual selection on protamine evolution
and sperm design. We performed a genotype-phenotype
association study using root-to-tip dN/dS (nonsynonymous/
synonymous substitutions rate ratio) to account for evolutionary
rates and phylogenetic generalized least squares analyses to
compare genetic and morphometric data. Evolutionary rates of
protamine 1 and the protamine 2 domain cleaved off during
chromatin condensation correlated with head size and elonga-
tion. Protamine 1 exhibited restricted positive selection on some
functional sites, which seemed sufficient to preserve its role in
head design. The cleaved-protamine 2, whose relaxation is
halted by sexual selection, seems to ensure small, elongated
heads that would make sperm more competitive. No association
existed between mature-protamine 2 and head phenotype,
suggesting little involvement during chromatin condensation
and a likely role maintaining the condensed state. Our results
suggest that evolutionary changes in protamines could be related
to complex developmental modifications in the sperm head. This
represents an important step toward understanding the role of
changes in gene coding sequences in the divergence of germ cell
phenotype.

evolutionary rates, positive selection, protamines, sperm head,
sperm phenotype

INTRODUCTION

Postcopulatory sexual selection, in the form of sperm
competition, is an evolutionary force known to drive rapid
adaptation of reproductive traits [1-4] and that has also been
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linked to rapid diversification of coding sequences of the so-
called reproductive proteins [5, 6]. Reproductive proteins
include those that act following copulation and that mediate
gamete usage, storage, signal transduction, and fertilization [5].
Sperm competition occurs when females mate with more than
one male during their receptive period, resulting in rival
ejaculates competing for fertilization of the ova [1]. The
diversity of male reproductive traits and the adaptive
significance of differences in sperm form and function have
been analyzed using comparative methods and, more recently,
experimental evolution studies [4]. However, the genetic basis
of evolutionary changes in sperm phenotype has, so far,
received very limited attention in mammals.

The most widely recognized phenotypic response to an
increased level of sperm competition is an increase in sperm
numbers [2, 4], which enhances a male’s chance of fertilization
[2, 7, 8]. High sperm numbers may be achieved by an increase
in the size of the testes relative to body mass (relative testes
mass). Such an increase in relative testes mass is associated
with sperm competition in a variety of taxa [2, 4, 9], including
mammals [10], and is widely used as a proxy for sperm
competition. Another important sperm trait found to be driven
by sperm competition in mammals is sperm design (i.e., sperm
dimensions and head shape) [11-14]. Sperm design is known
to influence sperm function by affecting sperm swimming
velocity in many taxa (reviewed in [15]). In mammals, sperm
head shape and size may infuence hydrodynamic efficiency of
the sperm cell and thereby affect swimming velocity [13, 16].
Sperm that have more elongated heads and heads that are
smaller in relation to the length of the flagellum exhibit higher
swimming velocity. A smaller and more elongated head is
believed to produce less drag during swimming and is therefore
thought to positively influence sperm velocity [17]. In rodents,
spermatoza from many species display a hook in their rostral
region; hook shape and size may also have an impact on sperm
swimming velocity [18]. Altogether, the evidence available
indicates that sperm head shape and size are important factors
in sperm competition because they strongly influence how fast
sperm may swim toward the ova.

Proteins of the reproductive system that affect crucial
phenotypic traits are thought to experience rapid divergence in
their gene sequences [5, 6]. Evidence for a link between
elevated evolutionary rate and sexual selection is, however,
limited. Studies that examined this relationship tested for
correlations between evolutionary rate of the gene sequence
and a proxy for sperm competition, that is, relative testes mass,
number of mating partners, and level of sexual dimorphism (in
primates) in different groups of species. Only four studies have
found positive relationships between gene sequence divergence
(evolutionary rate) and levels of sperm competition: SEMG?2
[19], SVS2 [20], ADAM2 and ADAM18 [21], and zonadhesin
[22]. Other studies suggest that in some genes positive
selection may not be responsible for fast evolutionary rates
but, instead, that such fast evolutionary rate may be due to a
relaxation of functional constraints acting on gene sequences.
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These studies identified negative relationships between gene
sequence divergence and sperm competition [23, 24].

Protamines are nuclear proteins involved in sperm chroma-
tin condensation. They replace histones and transition proteins
during the process of sperm chromatin condensation that takes
place in spermiogenesis [25]. In some eutherian mammals, two
types of protamines are found: protamine 1 (PRMI1) and
protamine 2 (PRM2). While PRM1 is present in all mammals,
PRM2 is only detected in sperm of primates, most rodents, and
a subset of other placental mammals [26, 27]. In contrast to the
Prml gene, the Prm2 gene codes for a precursor (hereafter,
PRM2 precursor), which is processed in elongated spermatids
by successive proteolytic cleavages. This results in the removal
of about 40% of the protein N-terminal region (the removed
domain is hereafter referred to as cleaved-PRM?2) [25, 26]. The
PRM2 form resulting after full cleavage (hereafter, mature-
PRM2) consists of 63 amino acids in the mouse. The mature-
PRM2 shows very similar structural and functional properties
to PRM1 and is proposed to be the result of gene duplication,
while cleaved-PRM2 shows no resemblance and might be of
retroviral origin [24, 28].

It has been claimed that protamines are the fastest evolving
reproductive proteins, with sexual selection being the under-
lying selective force [29]. Evidence of positive selection in
PRM1 has been detected in primates [29, 30], but recent
studies have revealed some contrasting results in other
mammalian species. In closely related mouse species (genus
Mus), no evidence of positive selection was found for Prml
and only weak positive selection for Prm2 [31]. In a group of
more diverse rodents (voles and hamsters), Prml is conserved
with signs of localized positive selection but no evidence of
being sexually selected [24]. On the other hand, the Prm2 gene
sequence of voles and hamsters was found to be under
relaxation, leading to degradation of the gene. This process is
halted by sexual selection removing deleterious mutations in
species with higher levels of sperm competition [24]. In closely
related species, among which conservation of coding regions
may exist, the evolution of gene regulatory regions may be an
early stage in speciation. Among protamines, an association
was found between the divergence of Prm2 promoters and
levels of sperm competition of mouse species [31]. Divergence
in the Prm2 promoter was also associated with sperm
swimming velocity [31], which suggests that changes in
regulatory regions could increase the efficiency of DNA
condensation in the sperm head, thus, affecting head shape and
size and, in turn, sperm performance.

The importance of protamines in sperm chromatin conden-
sation and the influence of protein expression on sperm
function have been shown in mouse and human models [26,
32-34]. Alterations in sperm protamine content can have major
negative effects on sperm concentration, motility and sperm
head morphology in men [33]. Haploinsufficiency of prot-
amines in mice results in sperm morphological abnormalities,
DNA damage, and decreases in sperm motility [35]. In
particular, PRM2 deficiency has a negative impact on
chromatin packaging and sperm head morphology [32].
Incorrect condensation of sperm chromatin results in larger
heads as well as head abnormalities [36]. This further supports
the idea that protamines are important in sperm head formation
and function.

To understand the effect of sperm competition on
reproductive trait evolution, both molecular changes and the
phenotypic response should ideally be analyzed together. Here
we analyze the effect of protamines on sperm head size by
examining a possible association between divergence in gene
sequences and various sperm head dimensions. In order to

compare genetic and morphometric data, we employed
methods used in previous studies to analyze genotype-
phenotype correlations, that is, the phylogenetic generalized
least squares (PGLS) approach (to account for phylogenetic
bias in the correlation) using phylogenetic data and root-to-tip
dN/dS (nonsynonymous/synonymous substitutions rate ratio, a
measure of the evolutionary rate of gene sequences for each
species) [37, 38]. Using these approaches, genetic-morpho-
metric associations have been uncovered in studies of
microcephaly genes and brain size [37], evolution of RUNX?2
and face length [37], and the evolution of ASPM in both an
increase and decrease of brain size [39].

We studied a group of rodent species belonging to the
family Cricetidae (subfamilies Arvicolinae and Cricetinae)
[24]. These species have a wide range of relative testes mass
and, therefore, inferred levels of sperm competition and, unlike
murids, they show a diverse range of sperm head sizes and a
higher level of divergence in the protamine coding sequences.
To incorporate the structural and functional differences of the
two main PRM2 domains (cleaved-PRM2 and mature-PRM2)
we analyzed their respective coding sequences separately to
take into account possible differences in how they may affect
sperm head size. The Prm2 gene sequence in this group of
species was shown to be under relaxation, which is halted in
species with higher levels of sperm competition [24]. Species
with high levels of sperm competition therefore show a lower
evolutionary rate. Consequently, we expected a negative
association between the evolutionary rate of Prm2 and sperm
head size. In addition, although PRM1 was not shown to be
under postcopulatory sexual selection in these cricetid rodents,
it was still expected to influence sperm head size based on its
functional similarity with PRM2 and their joint action in sperm
nucleus condensation; therefore, this gene was also included in
the study.

MATERIALS AND METHODS
Ethics

All the procedures were carried out following Spanish Animal Protection
Regulation RD1201/2005, which conforms to European Union Regulation
2003/65. The research protocol was approved by the Ethics Committee of the
Spanish Research Council (CSIC). Wild specimens were captured with permits
from the Comunidad de Madrid and the Junta de Castilla-Ledn, Spain.

Animals

The study included 12 species of the family Cricetidae, eight of which
belong to the subfamily Arvicolinae (Arvicola sapidus, Arvicola terrestris,
Clethrionomys glareolus, Chinomys nivalis, Microtus arvalis, Microtus
cabrerae, Pitymys duodecimostatus, Pitymys lusitanicus) and four to the
subfamily Cricetinae (Mesocricetus auratus, Phodopus sungorus, Phodopus
campbelli, Phodopus roborovskii) [40]. This group of species has experienced
rapid evolutionary radiation and diversification [40], and shows different levels
of sperm competition, as suggested by their differences in relative testes mass
[24]. Individuals belonging to Arvicolinae were trapped in the field during the
breeding season at different locations in Spain [41]. Individuals belonging to
Cricetinae stem from laboratory strains purchased from commercial suppliers
and were unrelated [24]. We obtained the gene sequences of at least four
individuals per species to generate a consensus sequence. For assessments of
sperm traits, sample size varied between three and eight individuals for each
species. For all the species, size variance (coefficient of variation, CV) was
much lower within species than between species (e.g., Pitymys lusitanicus (n =
3): CV head length = 0.04, CV sperm length = 0.04; all species: CV head
length =0.15, CV sperm length = 0.3). Males were kept in our animal facilities
in individual cages under standard laboratory conditions in environmentally
controlled rooms (20°C-24°C) on a 14L:10D photoperiod and provided with
food and water ad libitum.
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Protamine Sequences

Prml sequence for P. sungorus and P. roborovskii and Prml and Prm2
sequences for M. auratus were obtained from the literature [20, 42]. All the
other nucleotide sequences were obtained through PCR amplification and
sequencing.

DNA Isolation and Gene Amplification

Genomic DNA was extracted from frozen tissues using the E.Z.N.A Tissue
DNA kit (Omega, Madrid, Spain) following the manufacturer’s recommenda-
tions. Protamine sequences were amplified by polymerase chain reaction
(PCR). PCR mixtures were prepared in a 50 pl volume containing PCR Gold
buffer 1X (Roche, Barcelona, Spain), 2.5 mM MgCl, (Roche), 0.8 mM dNTPs
mix supplying 0.2 mM of each deoxynucleotide triphosphate (Applied
Biosystems, Barcelona, Spain), 0.3 mM of forward and reverse primers
(Applied Biosystems), 2 units of Taq Gold DNA polymerase (Roche), and 20—
100 ng/pl of genomic DNA template. All the PCRs were performed in a Veriti
thermocycler (Applied Biosystems). The conditions of the thermocycler
program consisted of 35-45 cycles with an initial denaturation of 95°C for
30-40 sec, an annealing stage at 52°C—62°C (depending on template and
primers) for 40 sec, and an elongation stage at 72°C for 30-50 sec (depending
on gene length). PCR primers were designed on the basis of protamine genomic
sequences of other closely related rodent species accessible in the literature or
in National Center for Biotechnology Information GeneBank. All the
alignments were performed in BioEdit [43], and the most conserved segments
within untranslated regions were chosen. When protamines of one or more
individuals of each closely related group were sequenced, new specific primers
on the basis of these sequences were designed to ensure efficient PCR
performance. The primer sequences can be found in Supplemental Table S1
(Supplemental Data are available online at www.biolreprod.org). PCR products
were purified by using the E.Z.N.A. Cycle Pure kit (Omega). In cases in which
additional nonspecific bands were obtained after separation in a 1.5% agarose
gel, bands of about 600 bp size for Prm2 and about 300 bp size for Prml were
extracted with E.Z.N.A. Gel Extraction Kit (Omega). The purified products
were sequenced (Secugen S.L., Madrid, Spain).

Alignments and Trees

Processing of the sequenced fragments was done using the sequence viewer
and alignment editor BioEdit [43]. The fragments were reduced to a consensus
sequence and trimmed to a coding sequence. These sequences combined with
database sequences were aligned on the basis of their amino acid sequences and
retranslated using ClustalW implemented in BioEdit [43]. As well as an input
alignment, we produced an input tree to calculate the sequence evolution of
Prml and both domains of Prm2 for Cricetidae. Mus musculus was used as the
outgroup. The phylogenetic tree was built based on information gathered from
the literature [31, 40, 41, 44—46] (Supplemental Fig. S1).

Evolutionary Rates (Root-to-Tip dN/dS)

The dN/dS is an indicator of selective pressure at the protein level, with dN/
dS =1 indicating neutral evolution, dN/dS < 1 purifying selection, and dN/dS
> 1 diversifying positive selection [47]. To estimate the rates of sequence
evolution, we used the application Codeml implemented in PAML 4 [48, 49]
through the ETE toolkit [50]. The dN/dS value was generated based on the
input tree and input alignment. To obtain species-specific dN/dS values to
analyze the relationship between evolutionary rate and sperm head size for each
species, we used the free branch model (PAML 4’s Codeml) and calculated an
dN/dS value for each species by addition of dN values and dS values from the
root to the terminal species branch and taking the ratio of the sum to obtain the
root-to-tip dN/dS value.

The association between morphometric and genetic data demands the
calculation of evolutionary rates that take into account not only selective
pressure acting on the terminal branch (i.e., classic free branch model, Codeml
in PAMLA4), but also the accumulated selective pressure on the sequence during
its evolution to the tip of the branch (root-to-tip dN/dS) in the selected group of
taxa. Calculating an evolutionary rate in this way, values obtained become
more comparable with measured phenotypical data because the latter also
represent the accumulated evolution rather than being the result of changes
solely on the terminal branch [24, 37].

Relative Testes Mass and Sperm Measurements

Animals were killed by cervical dislocation, weighed, and dissected
immediately to remove and weigh both testes. Relative testes mass was

calculated based on the rodent power function described previously [51] and
used as in our previous study [24]. Mature sperm were collected from both
epididymides and vasa deferentia as described [41] and suspended in a Hepes-
buffered modified Tyrode medium under air [52]. Sperm dimensions were
measured in sperm smears stained first with eosin-nigrosin and subsequently
with Giemsa as described previously [41]. Spermatozoa were examined at
1000X under bright field, and 200 sperm cells per male were measured using
ImagelJ software (National Institutes of Health, Bethesda, MD).

PGLS Analysis

Associations between genetic and morphometric traits should also take into
account that such traits are not independent from their phylogenetic history.
The PGLS approach [53] has been shown to be a powerful tool to detect
associations of this kind [54], and it has been used in earlier studies in
combination with the root-to tip dN/dS method showing genetic-morphometric
associations [24, 37-39]. We performed the PGLS analyses using the program
COMPARE 4.6b [55]. The PGLS in COMPARE uses a single parameter, alpha
(o), which can be interpreted as the fit of the comparative data with a specific
evolutionary model. When o = 0, phenotypic change (i.e., change in signal
parameters) and phylogenetic distance are linearly related and, thus, the
phylogenetic effect is large. When o > 0, then phenotypic change and
phylogenetic distance are exponentially related, and phylogenetic effects on
trait evolution are unimportant, that is, the phylogenetic effect is very low.
PGLS trait regressions using a large o are identical to standard, non-
phylogenetically corrected regressions [55].

RESULTS

Sperm Measurements and Relative Testes Mass

Sperm head dimensions were analyzed in 12 species of the
family Cricetidae. Measurements showed that in these species
head length (HL) ranged from 4.75 pm to 8.59 pm (mean *
SEM = 6.94 = 1.06 pm), head width (HW) varied from 2.86
pm to 4.66 um (mean = SEM = 3.44 * (0.58 um), and head
elongation (HL/HW ratio) ranged from 1.54 to 2.99 (mean *
SEM = 2.06 = 0.43). Total sperm length was also measured,
and it ranged from 62.69 um to 189.26 pm (mean = SEM =
111.30 = 34.01 um). Because total sperm length varies greatly
among these species, and drag resulting from head size should
be analyzed taking into account the length of the flagellum
[17], relative HL and HW were each calculated as percentages
of total sperm length (hereafter, relative HL and relative HW).
Calculated values ranged from 4.53% to 8.02% (mean = SEM
=6.52% * 0.34%) for relative HL and 1.51% to 4.94% (mean
= SEM = 3.37% = 0.32%) for relative HW. Relative testes
mass, which is used as a proxy of sperm competition levels,
varied from 0.18 to 3.61 (mean = SEM = 1.30 = 1.10).

Relative Testes Mass and Sperm Head Size

To examine possible links between sperm competition on
sperm head size in this dataset, we tested for correlations
between species relative testes mass and sperm head
measurements. We corrected for phylogenetic effects using
the PGLS tool of the program COMPARE 4.6b and a
phylogenetic tree reconstructed based on information gathered
from the literature (Supplemental Fig. S1). The relative testes
mass of cricetid species showed significant negative relation-
ships with relative HL (o= 15.5, CI [confidence interval] 95%
(PGLS slope) = —1.02 to —0.12, correlation = —0.62) and
relative HW (a0 = 15.5, CI 95% (PGLS slope) = —1.10 to
—0.23, correlation =—0.68) (Fig. 1, A and B, and Table 1). In
addition, it showed a significant positive relationship with head
elongation (HL/HW) (a0 = 15.5, CI 95% (PGLS slope) = 0.78
to 2.98, correlation = 0.72) (Fig. 1C and Table 1). There were
no significant correlations between relative testes mass and
uncorrected HL and HW (Supplemental Table S2).
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FIG. 1. Scatterplots of significant PGLS relationships between head
measurements and relative testes mass. Scatterplots shown for relation-
ships between relative sperm head length (HL) and relative testes mass (A),
relative sperm head width (HW) and relative testes mass (B), and head
elongation and relative testes mass (C). TSL, total sperm length. Dots
represent species and regression lines represent least square slopes
without phylogenetic correction. A) Slope =—0.68, R = 0.39. B) Slope =
—0.71, R* = 0.48. C) Slope = 0.28, R> = 0.53.

Evolutionary Rate of Divergence (Root-to-Tip dN/dS) and
Sperm Head Size

Root-to-tip dN/dS values of branch analysis (Codeml in
PAMLA) ranged from 0.12 to 1.17 (mean = 0.58 *= 0.30) for
Prml, from 0.19 to 0.51 (mean = 0.33 = 0.096) for cleaved-
Prm2 and from 0.28 to 1.66 (mean = 1.00 = 0.55) for mature-
Prm2. To test the relationship of protamine evolution with

TABLE 1. Relationships of cricetid relative testes mass with head size.
PGLS estimates Sperm HL (%)* Sperm HW (%)* HL/HWP
Cl-°¢ —1.02 -1.10 0.78
Cl+© —-0.12 —-0.23 2.98
InLd —3.82 -2.87 —2.22
Alpha® 15.50 15.50 15.50
Corr' -0.62 -0.68 0.72

¢ Presented as percentage of total sperm length.
> The ratio between sperm HL and HW, which is an indicator of sperm
head elongation.
¢ Confidence intervals for the PGLS regression slope (bold ClI values
indicate statistical significance) after PGLS analyses.

The maximum likelihood estimate of alpha.
¢ The measure of evolutionary constraints acting on phenotypes; a value of
15.5 is the maximum value calculated by the program (COMPARE 4.6b).
" The correlation coefficient.

sperm head measurements, we correlated the species dN/dS
value calculated from the root with the species sperm head
measurements. We corrected for phylogenetic effects using the
PGLS tool of the program COMPARE 4.6b.

Prmli root-to-tip dN/dS values for the different species
showed significant positive relationships with both relative HL
(o0 =8.82, CI 95% (PGLS slope) = 0.16 to 0.29, correlation =
0.90) and relative HW (o0 = 8.59, CI 95% (PGLS slope) =0.16
to 0.31, correlation = 0.88) (Fig. 2, A and B, and Table 2). On
the other hand, Prml root-to-tip dN/dS values showed a
significant negative relationship with head elongation (HL/
HW) (a0 = 2.78, CI 95% (PGLS slope) = —0.73 to —0.14,
correlation = —0.67) (Fig. 2C and Table 2). There was a
significant relationship between the evolutionary rate of Prml
and uncorrected HW, but not with uncorrected HL (Supple-
mental Table S3).

Cleaved-Prm2 root-to-tip dN/dS values showed significant
positive relationships with relative HL (o0 = 7.19, CI 95%
(PGLS slope) = 0.03 to 0.10, correlation = 0.77) and with
relative HW (o0 = 7.64, CI 95% (PGLS slope) = 0.03 to 0.11,
correlation =0.76) (Fig. 2, D and E, and Table 2). Furthermore,
cleaved-Prm2 root-to-tip dN/dS values had a significant
negative relationship with head elongation (HL/HW) (o =
7.99, CI 95% (PGLS slope) = —0.28 to —0.08, correlation =
—0.74) (Fig. 2F and Table 2). In contrast, mature-Prm2
exhibited no significant relationship between root-to-tip dN/dS
values and head measurements (Table 2). Relationships with
uncorrected HL and HW were nonsignificant for cleaved-Prm2
and mature-Prm2 (Supplemental Table S3).

DISCUSSION

In this study, we examined genetic-morphometric associ-
ations by analyzing differences in protamine gene sequences
and sperm head size and elongation with the aim of
understanding the role of sperm competition on reproductive
trait evolution. Earlier studies have successfully used this
approach to assess genotype-phenotype associations in brain
size and face length [37-39] and, to the best of our knowledge,
this is the first study to explore this association in germ cells.
We found significant associations between the evolutionary
rates (root-to-tip dN/dS values) of Prml and cleaved-Prm2
gene sequences and sperm head morphometry, while no
significant relation was found for the mature domain of Prm2.
The evolutionary rates of both Prml and the cleaved domain
of Prm2 show positive relations with relative HL and relative
HW, and negative relations with head elongation (i.e., HL/HW
ratio). These parameters of sperm morphometry are also
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FIG. 2. Scatterplots of significant PGLS relationships between head measurements and protamine evolutionary rates (root-to-tip dN/dS). Scatterplots
shown for relationships between relative sperm head length (HL) and evolutionary rate of Prm1 (A), relative sperm head width (HW) and evolutionary rate
of Prm1 (B), head elongation and evolutionary rate of Prm1 (C), relative sperm HL and evolutionary rate of cleaved-Prm2 (D), relative sperm HW and
evolutionary rate of cleaved-Prm2 (E), and head elongation and evolutionary rate of cleaved-Prm2 (F). TSL, total sperm length. Dots represent species and
regression lines represent least square slopes without phylogenetic correction. A) Slope =3.65, R?=0.82. B) Slope=3.41, R?=0.79. C) Slope=—1.12, R?
=0.60. D) Slope =9.12, R> = 0.61. F) Slope = 8.62, R = 0.61. F) Slope =—3.14, R* = 0.57.

significantly associated with the species relative testes mass, An analysis of protamine promoter sequences in mouse
which represent inferred levels of sperm competition [10]. species found that divergence of Prm2 promoters, which may
Thus, these results report for the first time evidence of a  result in differences in protamine expression, is positively
relationship between differences in protamine coding sequenc- correlated with sperm velocity [31]. Such a study suggested a
es and sperm head shaping. possible effect of protamines on head shape and, hence, on the
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TABLE 2. Relationships of protamine evolutionary rates with head size.
PGLS estimates Sperm HL (%)* Sperm HW (%)* HL/HWP
Prm1
Cl-° 0.16 0.16 —-0.73
Cl+€ 0.29 0.31 -0.14
[nLd 19.44 18.54 15.03
Alpha® 8.82 8.59 2.78
Corrf 0.90 0.88 —0.67
Cleaved-Prm2
Cl-° 0.03 0.03 —0.28
Cl+¢ 0.10 0.11 —0.08
[nLd 27.48 27.40 26.88
Alpha® 7.19 7.64 7.99
Corr’ 0.77 0.76 —-0.74
Mature-Prm?2
cl-¢ ~0.02 ~0.06 ~0.70
Cl+© 0.41 0.39 0.43
InLd 8.19 7.82 7.11
Alphae 1.32 1.07 0.59
Corr’ 0.49 0.40 -0.15

? Presented as percentage of total sperm length.

b The ratio between sperm HL and HW, which is an indicator of sperm
head elongation.

¢ Confidence intervals for the PGLS regression slope (bold CI values
indicate statistical significance) after PGLS analyses.

4 The maximum likelihood estimate of alpha.

¢ The measure of evolutionary constraints acting on phenotypes (COM-
PARE 4.6b).

f The correlation coefficient.

sperm hydrodynamic efficiency that, in consequence, may
influence sperm velocity. A direct relationship between
sequence divergence and sperm head shape or size in this
group of closely related mouse species was not apparent [30]
perhaps because subtle changes in sperm head phenotype could
not be identified with the methods employed in that study.
We found positive relationships between Prml and cleaved-
Prm?2 divergence and relative HL. and HW in cricetid rodents, a
group that started diverging 16—18 million years ago [40], in
contrast to a more recent emergence of mouse species, which is
thought to have started about 5 million years ago [56]. A higher
sequence divergence for both Prml and cleaved-Prm2
correlates with longer and wider and, therefore, bigger heads
in relation to total sperm length. The relationships of sperm
head elongation (HL/HW) with sequence divergence were
negative for both Prml/ and cleaved-Prm2. A lower sequence
divergence coincided with more elongated heads. Analyses of
possible associations between sperm head size and elongation
with relative testes mass, which we used to infer the levels of
sperm competition, revealed a different association between
these parameters. Species exhibiting high relative testes mass
(i.e., higher inferred sperm competition levels) showed smaller,
more elongated sperm heads relative to total sperm length. This
agrees with earlier comparative studies in which it was found
that more elongated and smaller heads in relation to flagellum
length are favored by sperm competition in mammals [13].
Elongation of the sperm head as well as lower relative
sperm head size are thought to reduce drag on the sperm cell,
increasing its hydrodynamic efficiency and therefore its
swimming speed [17, 57]. Because swimming speed is a
major factor in fertilization success [58, 59] an improvement of
the hydrodynamic efficiency should be strongly favored by
postcopulatory sexual selection. The correlations of evolution-
ary rates of Prml and cleaved-Prm2 with sperm head size and
elongation, and the significant role played by head size and
elongation in making sperm more competitive, support the

hypothesis that protamines may influence head shape and
sperm’s hydrodynamic properties and sperm competitive
capacity in general.

It is noteworthy that we did not find significant correlations
between sequence divergence of mature-Prm2 and sperm head
size and elongation although there were strong relationships
between cleaved-Prm2 and sperm phenotype. Both PRM1 and
mature-PRM2 appear to share the role of condensing DNA,
whereas the function of cleaved-PRM2 is largely unknown.
The uncleaved PRM2 precursor binds to DNA and is cleaved
over a period of several days until only the mature-PRM2 is left
bound to the DNA [60, 61]. Because DNA condensation has
been found to coincide temporally with the start of protamine
translation and posttranslational processing [62-64], it is
reasonable to envisage that the cleaved-PRM2 domain may
have a more important function during the actual process of
DNA condensation than the mature-PRM2 domain. Previous
studies have focused mainly on mature-PRM2, but our results
suggest a more important role for cleaved-PRM2 in the process
of DNA condensation and head shaping, thus warranting
further studies of the role of cleaved-PRM2 and the evolution
of this domain.

Our previous work on the same group of cricetid species
found that both cleaved-Prm2 and mature-Prm2 are affected by
relaxation [24]. Sexual selection was found to halt the
relaxation of the Prm2 gene, as shown by a negative
relationship between sequence divergence and relative testes
mass. Furthermore, Prml was found to be functionally
conserved with directed positive selection on specific func-
tional sites, but it was not influenced by sexual selection [24].
In the present study, we observed that more divergent coding
sequences of Prml and cleaved-Prm2 were associated with
proportionately bigger and less elongated sperm heads, traits
that may be less favorable in competitive situations, while
higher levels of sperm competition associated with relatively
smaller and more elongated sperm heads. Our current results
thus suggest possible reasons why sexual selection may act to
halt relaxation in Prm2. Higher sequence divergence in
cleaved-Prm2 seems to be related to an enlargement and
reduction of elongation of the sperm head. Thus, divergence in
cleaved-Prm2 might have a negative effect on the hydrody-
namic efficiency of the sperm cell, and therefore sexual
selection appears to halt relaxation in Prm2 to preclude such a
decrease in hydrodynamic efficiency. Previous results showing
no evidence of sexual selection on Prml [24] seem to be at
odds with our current results linking changes in head size and
elongation with increased Prml sequence divergence. Howev-
er, in our previous study, Prml was shown to be functionally
conserved, allowing rapid changes in very specific functional
sites. This functional conservation may be sufficient to ensure a
hydrodynamically efficient sperm head shape in competitive
situations. Because of its function and efficiency in DNA
condensation, Prml can be expected to affect sperm head size
and elongation even though it does not appear to be influenced
by sexual selection.

In conclusion, this study presents the first evidence for a
potential link between divergence in protamine coding
sequences and sperm head size and elongation. Because a
strong correlation between sperm head phenotype and the
PRM2 domain that is cleaved off during sperm chromatin
condensation was found, it could be argued that this cleaved-
PRM2 domain may have a role in regulating the process of
DNA condensation. On the other hand, the role of mature-
PRM2 (i.e., the PRM2 domain remaining after cleavage and
which stays attached to DNA) might be restricted to
maintenance of the condensed state of DNA in the differen-
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tiated mature sperm. Lower sequence divergence in Prml and
cleaved-Prm2 may be important for proportionately smaller
and more elongated sperm heads, which seems to be favored
by sperm competition in this group of rodents. This evidence
supports previously hypothesized involvement of protamines in
sperm head shaping [31]. Additionally the proposed negative
influence of cleaved-Prm2 divergence on sperm head shaping
offers a possible explanation for sexual selection acting to halt
relaxation of this sequence in rodents.

ACKNOWLEDGMENT

We appreciate the collaboration of Juan José Luque-Larena and his

team in the field work. We thank Marfa Varea Sanchez and Laura Gémez
Montoto for their help with the sperm measurements.

REFERENCES

1.

2.

14.

15.

16.

18.

19.

20.

21.

22.

23.

Parker GA. Sperm competition and its evolutionary consequences in the
insects. Biol Rev 1970; 45:525-567.

Birkhead TR, Mgller AP. Sperm Competition and Sexual Selection.
London: Academic Press; 1998.

. Simmons LW. Sperm Competition and Its Evolutionary Consequences in

the Insects. Princeton: Princeton University Press; 2001.

. Birkhead TR, Hosken DJ, Pitnick S. Sperm Biology: An Evolutionary

Perspective. Oxford: Academic Press; 2009.

. Swanson WJ, Vacquier, VD. The rapid evolution of reproductive proteins.

Nat Rev Genet 2002; 3:137-144.

. Turner LM, Hoekstra HE. Causes and consequences of the evolution of

reproductive proteins. Int J Dev Biol 2008; 52:769-780.

. Suarez SS, Drost M, Redfern K, Gottlieb W. Sperm motility in the

oviduct. In: Bavister BD, Cummins J, Roldan ERS (eds.), Fertilization in
Mammals. Norwell, MA: Serono Symposia; 1990:111-124.

. Parker GA, Pizzari T. Sperm competition and ejaculate economics. Biol

Rev 2010; 85:897-934.

. Gomendio M, Harcourt H, Roldan ERS. Sperm competition in mammals.

In: Birkhead TR, Mgller AP (eds.), Sperm Competition and Sexual
Selection. London: Academic Press; 1998:667-751.

. Soulsbury CD. Genetic patterns of paternity and testes size in mammals.

PLoS One 2010; 5:¢9581.

. Gomendio M, Roldan ERS. Sperm competition influences sperm size in

mammals. Proc Roy Soc B 1991; 243:181-185.

. Immler S, Moore HD, Breed WG, Birkhead TR. By hook or by crook?

Morphometry, competition and cooperation in rodent sperm. PLoS One
2007; 2:e170.

. Tourmente M, Gomendio M, Roldan ERS. Sperm competition and the

evolution of sperm design in mammals. BMC Evol Biol 2011; 11:12.
Tourmente M, Gomendio M, Roldan ERS. Mass-specific metabolic rate
and sperm competition determine sperm size in marsupial mammals. PLoS
One 2011; 6:¢21244.

Gomendio M, Roldan ERS. Implications of diversity in sperm size and
function for sperm competition and fertility. Int J Dev Biol 2008; 52:
439-447.

Roldan ERS, Gomendio M, Vitullo AD. The evolution of eutherian
spermatozoa and underlying selective forces: female selection and sperm
competition. Biol Rev 1992; 67:551-593.

. Humphries S, Evans JP, Simmons LW. Sperm competition: linking form

to function. BMC Evol Biol 2008; 8:319.

Gomez Montoto L, Varea Sanchez M, Tourmente M, Martin-Coello J,
Luque-Larena JJ, Gomendio M, Roldan ERS. Sperm competition
differentially affects swimming velocity and size of spermatozoa from
closely related muroid rodents: head first. Reproduction 2011; 142:
819-830.

Dorus S, Evans PD, Wyckoff GJ, Choi SS, Lahn BT. Rate of molecular
evolution of the seminal protein gene SEMG2 correlates with levels of
female promiscuity. Nat Genet 2004; 36:1326—1329.

Ramm SA, Oliver PL, Ponting CP, Stockley P, Emes RD. Sexual selection
and the adaptive evolution of mammalian ejaculate proteins. Mol Biol
Evol 2008; 25:207-219.

Finn S, Civetta A. Sexual selection and the molecular evolution of ADAM
proteins. J Mol Evol 2010; 71:231-240.

Herlyn H, Zischler H. Sequence evolution of the sperm ligand zonadhesin
correlates negatively with body weight dimorphism in primates. Evolution
2007; 61:289-298.

Walters JR, Harrison RG. Decoupling of rapid and adaptive evolution

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

among seminal fluid proteins in Heliconius butterflies with divergent
mating systems. Evolution 2011; 65:2855-2871.

Liike L, Vicens A, Serra F, Luque-Larena JJ, Dopazo H, Roldan ERS,
Gomendio M. Sexual selection halts the relaxation of protamine 2 among
rodents. PLoS One 2011; 6:€29247.

Oliva R, Dixon GH. Vertebrate protamine genes and the histone-to-
protamine replacement reaction. Prog Nucleic Acid Res Mol Biol 1991;
40:25-94.

Oliva R. Protamines and male infertility. Hum Reprod Update 2006; 12:
417-435.

Balhorn R. The protamine family of sperm nuclear proteins. Genome Biol
2007; 8:227.

Krawetz SA, Dixon GH. Sequence similarities of the protamine genes,
implications for regulation and evolution. J Mol Evol 1988; 27:291-297.
Wyckoff GJ, Wang W, Wu WIJ. Rapid evolution of male reproductive
genes in the descent of man. Nature 2000; 403:304-309.

Rooney AP, Zhang J. Rapid evolution of a primate sperm protein,
relaxation of functional constraint or positive Darwinian selection? Mol
Biol Evol 1999; 16:706-710.

Martin-Coello J, Dopazo H, Arbiza L, Ausié J, Roldan ERS, Gomendio
M. Sexual selection drives weak positive selection in protamine genes and
high promoter divergence, enhancing sperm competitiveness. Proc Biol
Sci 2009; 276:2427-2436.

Cho C, Jung-Ha H, William WD, Goulding EH, Stein P, Xu Z, Schultz
RM, Hecht NB, Eddy EM. Protamine 2 deficiency leads to sperm DNA
damage and embryo death in mice. Biol Reprod 2003; 69:211-217.
Aoki VW, Liu L, Carrell DT. Identification and evaluation of a novel
sperm protamine abnormality in a population of infertile males. Hum
Reprod 2005; 20:1298-1306.

. Carrell DT, Emery BR, Hammoud S. Altered protamine expression and

diminished spermatogenesis: what is the link? Hum Reprod Update 2007;
13:313-327.

Cho C, Willis WD, Goulding EH, Jung-Ha H, Choi Y, Hecht NB, Eddy
EM. Haploinsufficiency of protamine-1 or —2 causes infertility in mice.
Nat Genet 2001; 28:82-86.

Belokopytova IA, Kostyleva EI, Tomilin AN, Vorob’ev VI. Human male
infertility may be due to a decrease of the protamine P2 content in sperm.
Mol Reprod Dev 1993; 34:53-57.

Montgomery SH, Capellini I, Venditti C, Barton RA, Mundy NI. Adaptive
evolution of four microcephaly genes and the evolution of brain size in
anthropoid primates. Mol Biol Evol 2011; 28:625-638.

Pointer MA, Mamilar JM, Warmuth V, Chester SGB, Delsuc F, Mundy
NI, Asher RJ, Bradley BJ. RUNX2 tandem repeats and the evolution of
facial length in placental mammals. BMC Evol Biol 2012; 12:103.
Montgomery SH, Mundy NI. Positive selection on NIN, a gene involved
in neurogenesis, and primate brain evolution. Genes Brain Behav 2012;
11:903-910.

Steppan SJ, Adkins RM, Anderson J. Phylogeny and divergence-date
estimates of rapid radiations in muroid rodents based on multiple nuclear
genes. Syst Biol 2004; 53:533-553.

Gomez Montoto L, Magaiia C, Tourmente M, Martin-Coello J, Crespo C,
Luque-Larena JJ, Gomendio M, Roldan ERS. Sperm competition, sperm
numbers and sperm quality in muroid rodents. PLoS One 2011; 6:¢18173.
Corzett M, Kramer C, Blacher R, Mazrimas J, Balhorn R. Analysis of
hamster protamines, primary sequence and species distribution. Mol
Reprod Dev 1999; 54:273-282.

Hall TA. BioEdit: a user-friendly biological sequence alignment editor and
analysis program for Windows 95/98/NT. Nucl Acids S 1999; 41:95-98.
Jaarola M, Martinkova N, Giindiiz I, Brunhoff C, Zima J, Nadachowski A,
Amori G, Bulatova NS, Chondropoulos B, Fraguedakis-Tsolis S,
Gonzélez-Esteban J, Lopez-Fuster MJ, et al. Molecular phylogeny of the
speciose vole genus Microtus (Arvicolinae, Rodentia) inferred from
mitochondrial DNA sequences. Mol Phylogenet Evol 2004; 33:647-663.
Galewski T, Tilak M, Sanchez S, Chevret P, Paradis E, Douzery EJ. The
evolutionary radiation of Arvicolinae rodents (voles and lemmings),
relative contribution of nuclear and mitochondrial DNA phylogenies.
BMC Evol Biol 2006; 6:80.

Neumann K, Michaux J, Lebedev V, Yigit N, Colak E, Ivanova N,
Poltoraus A, Surov A, Markov G, Maak S, Neumann S, Gattermann R.
Molecular phylogeny of the Cricetinae subfamily based on the
mitochondrial cytochrome b and 12S rRNA genes and the nuclear vWF
gene. Mol Phylogenet Evol 2006; 39:135-148.

Goldman N, Yang Z. A codon-based model of nucleotide substitution for
protein-coding DNA sequences. Mol Biol Evol 1994; 11:725-736.

Yang Z, Rannala B. Bayesian phylogenetic inference using DNA
sequences, Markov chain Monte Carlo methods. Mol Biol Evol 1997;
14:717-724.

Article 67



49.

50.

S1.

52.

53.

54.

55.

56.

57.

LUKE ET AL.

Yang Z. PAML 4, phylogenetic analysis by maximum likelihood. Mol
Biol Evol 2007; 24:1586-1591.

Huerta-Cepas J, Dopazo J, Gabaldon T. ETE: a python environment for
tree exploration. BMC Bioinformatics 2010; 11:24.

Kenagy GJ, Trombulak SC. Size of mammalian testes in relation to body
size. ] Mammal 1986; 67:1-22.

Shi QX, Roldan ERS. Bicarbonate/CO, is not required for zona-pellucida-
induced or progesterone-induced acrosomal exocytosis of mouse sperma-
tozoa but is essential for capacitation. Biol Reprod 1995; 52:540-546.
Pagel, M. The maximum likelihood approach to reconstructing ancestral
character states of discrete characters on phylogenies. Syst Biol 1999; 48:
612-622.

Rholf FJ. Comparative methods for the analysis of continuous variables:
geometric interpretations. Evolution 2001; 55:2143-2160.

Martins EP. COMPARE 4.6b: phylogenetic comparative methods.
Bloomington, IN: Indiana University, Department of Biology, http://
compare.bio.indiana.edu/. Accessed 9 April 2012.

Guénet JL, Bonhomme F. Wild mice: an ever-increasing contribution to a
popular mammalian model. Trends Genet 2003; 19:24-31.

Malo AF, Gomendio M, Garde J, Lang-Lenton B, Soler AJ, Roldan ERS.
Sperm design and sperm function. Biol Lett 2006; 2:246-249.

58.

59.

60.

61.

62.

63.

64.

Birkhead TR, Martinez JG, Burke T, Froman DP. Sperm mobility
determines the outcome of sperm competition in the domestic fowl. Proc
Roy Soc Lond B 1999; 266:1759-1764.

Gage MJG, Macfarlane CP, Yeates S, Ward RG, Searle JB, Parker GA.
Spermatozoal traits and sperm competition in Atlantic salmon: relative
sperm velocity is the primary determinant of fertilization success. Curr
Biol 2004; 14:44-47.

Chauviere M, Martinage A, Debarle M, Sautiere P, Chevaillier P.
Molecular characterization of six intermediate proteins in the processing of
mouse protamine P2 precursor. Eur J Biochem 1992; 204:759-765.
Carre-Eusebe D, Lederer F, Le KH, Elsevier SM. Processing of the
precursor of protamine P2 in mouse. Peptide mapping and N-terminal
sequence analysis of intermediates. Biochem J 1991; 277:39-45.

Lee K, Haugen HS, Clegg CH, Braun RE. Premature translation of
protamine 1 mRNA causes precocious nuclear condensation and arrests
spermatid differentiation in mice. Proc Natl Acad Sci U S A 1995; 92:
12451-12455.

Brewer L, Corzett M, Balhorn R. Condensation of DNA by spermatid
basic nuclear proteins. J Biol Chem 2002; 277:38895-38900.
Kierzenbaum AL, Tres LL. Structural and transcriptional features of the
mouse spermatid chromosome. J Cell Biol 1975; 65:258-270.

Article 67




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /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 false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /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 false
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /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 false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /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 (U.S. Web Coated \050SWOP\051 v2)
  /PDFXOutputConditionIdentifier (CGATS TR 001)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on 'AP_Press'] Use these settings to create PDF documents with higher image resolution for high quality pre-press printing. The PDF documents can be opened with Acrobat and Reader 5.0 and later. These settings require font embedding.)
  >>
  /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
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        9
        9
        9
        9
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName (U.S. Web Coated \(SWOP\) v2)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements true
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /UseName
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
  /SyntheticBoldness 1.000000
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


