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Abstract In protogynous sex-changing fishes, females
are expected to compete for the opportunity to change sex
following the loss of a dominant male and may exhibit
growth and behavioural traits that help them maintain their
dominant status after sex change. A male removal experi-
ment was used to examine changes in female growth and
behaviour associated with sex change in the haremic
wrasse Halichoeres miniatus and to test whether any
changes in growth associated with sex change were
recorded in otolith microstructure. Dominant females
began displaying male-characteristic behaviour almost
immediately after the harem male was removed. The fre-
quency of interactions between females increased follow-
ing male removal. In contrast, feeding frequency of
females decreased. The largest one to three females in each
social group changed sex following male removal and
exhibited an increase in growth associated with sex change.
Sex changers grew more than twice as fast as non-sex
changers during the experimental period. This growth
acceleration may enable new sex-changed males to rapidly
reach a size where they can defend the remaining harem
from other males. An optical discontinuity (check mark)
was present in the otoliths of sex-changed fish, and otolith
accretion rate increased significantly after the check mark,
corresponding with the increased growth rate of sex-
changing females. Wild caught males, but not females,
exhibited an analogous check mark in their otoliths and

Communicated by Environment Editor Prof. Rob van Woesik

P. L. Munday (B<) - C. A. Ryen - M. I. McCormick -

S. P. W. Walker

ARC Centre of Excellence for Coral Reef Studies, and School of
Marine and Tropical Biology, James Cook University,
Townsville, QLD 4814, Australia

e-mail: philip.munday @jcu.edu.au

similar increases in otolith increment widths after the
check. This indicates that an increase in growth rate is a
regular feature of sex-change dynamics of H. miniatus.

Keywords Coral reef fish - Sex change - Growth rate -
Otolith - Check mark

Introduction

Polygynous mating systems, where a small number of
males monopolise breeding opportunities with many
females, favour the evolution of large male size because
large males have a competitive advantage over smaller
males when competing for breeding partners (Emlen and
Oring 1977; Keller and Reeve 1994; Shuster and Wade
2003). Polygynous mating systems also favour the evolu-
tion of protogynous (female to male) sex change, because
the reproductive success of males in these mating systems
tends to increase more steeply with size or age than does
female reproductive success (size-advantage model of sex
change, Ghiselin 1969; Warner 1975). Small males have
very low reproductive success because they are excluded
from breeding by larger males, whereas large males can
have very high reproductive success if they become a
harem master or breeding-territory holder (Warner 1984).
Female reproductive success tends to increase more evenly
with size; therefore, an individual will benefit by first
reproducing as a female, and then changing sex to male
when large enough to defend a group of females or a
breeding site that females visit (Warner 1975; Charnov
1982).

Protogynous hermaphroditism among reef fishes is
usually associated with a polygynous mating system
(Warner 1984; Munday et al. 2006). Having a large body
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size has two potential advantages for males in this mating
and reproductive system. First, it enables them to defend a
harem or breeding site from other males (Robertson 1981;
Hoffman et al. 1985; Dugatkin and FitzGerald 1997;
Kuwamura et al. 2000). Second, it might help them to
maintain dominance over females and prevent them from
gaining a size where they could change sex and challenge
the male for his position as harem master or territory holder
(Robertson 1972; Shapiro 1981; Sakai 1997; Sakai and
Kohda 1997). Sex change typically occurs following the
loss of a dominant male, and it is usually the largest female
in a social group that changes sex to male (e.g. Fishelson
1970; Robertson 1972; Shapiro 1981; Hoffman 1983; Ross
1990; Warner and Swearer 1991; Walker and McCormick
2004; Black et al. 2005; Lorenzi et al. 2006). Any mech-
anism that enables a female to gain dominance over other
females should increase her likelihood of sex change if an
opportunity arises, and the likelihood she will be able to
maintain her new position as the dominant male after sex
change.

In species where a strict social hierarchy is enforced,
such as strongly haremic species, female growth can be
limited by interactions with the harem male and other
females (Forrester 1990; Koebele 1985; Sakai and Kohda
1997; Wong et al. 2007). Agonistic interactions from
dominant individuals can reduce subordinate growth by
reducing the time spent foraging, increasing energy
expenditure by avoiding aggressive interactions, or
increasing physiological stress (Koebele 1985). In protog-
ynous species, social control of subordinate growth helps
maintain a dominance hierarchy where the largest female
changes sex following the loss of the male (Robertson
1972; Kuwamura 1984; Sakai et al. 2002). Females in the
process of sex change might therefore be expected to
increase their growth rate at the time of sex change (Ross
1987; Garratt et al. 1993; Walker and McCormick 2004;
Walker et al. 2007), because their growth is no longer
limited by interactions with the male and because a rapid
increase in size would help ensure that the dominant
position is maintained after sex change.

In addition to physiological changes associated with sex
reversal, there are also behavioural changes that occur.
Male behaviour has been observed in females just a few
minutes or hours after the removal of the dominant male
(Reavis and Grober 1999; Nakashima et al. 2000; Sakai
et al. 2003). This rapid transition of behaviour is most
apparent in haremic species such as Labroides dimidiatus
and Halichoeres melanurus (Nakashima et al. 2000; Sakai
et al. 2002). Typically, the dominant female will expand
her territory to encompass the territories of other females in
the group and begin exhibiting male courtship behaviour
before there is any evidence of sex change in the gonads
(Sakai et al. 2003). Presumably, the dominant female
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assumes the male role almost immediately to prevent
bachelor or territorial males outside the group from
usurping the position, and so that she can assert dominance
over other females within the group who might otherwise
change sex and become the dominant male.

Most of what is known about the mechanisms control-
ling sex change in fishes, and the consequences of
removing large individuals from the population, comes
from a relatively small number of well-studied species.
Many exploited species of reef fish exhibit protogynous sex
change as a normal part of their life histories (Sadovy de
Mitcheson and Liu 2008), but for most of these species,
how they respond to removal of the largest individuals
from their populations is not fully understood. Stock
assessments for hermaphroditic species commonly fail to
incorporate sex change, or simply assume that removing
large males causes a simple one-to-one replacement of
males by sex-changing females (reviewed by Alonzo et al.
2008). However, there is increasing evidence that the pat-
terns and dynamics of sex change in reef fishes can be far
more complex than commonly assumed (Munday et al.
2006), and that this complexity can have important impli-
cations for the reliability of stock assessments (Alonzo
et al. 2008). Increasing the number of species for which the
proximal mechanisms of sex change and consequences of
removing large dominants are known will help determine if
simple assumptions about sex change mechanisms are
adequate for most management decisions, or if more
complex models should be considered.

Otoliths are often used as a proxy record for the growth
history and life history transitions of fishes (Thorrold and
Hare 2002) and potentially provide a useful tool for com-
paring growth patterns in sex-changing fishes without the
need for regular monitoring of a large number of individ-
uvals in the wild (Munday et al. 2004; Walker and
McCormick 2004). The width of increments deposited
periodically on the otoliths are frequently correlated with
somatic growth (Campana 2001; Thorrold and Hare 2002),
providing a record of the growth history of individual fish.
Furthermore, some life history transitions are recorded as
an optical discontinuity, or ‘check mark’, in the otolith.
Several recent studies have identified a change in otolith
structure associated with sex change in protogynous fishes
(Walker and McCormick 2004, 2009; Walker et al. 2007).
Such check marks could provide an important individual
record of the time at sex change, thus allowing the
complete reconstruction of hermaphroditic life histories
without the need for laborious field surveys.

In this study, a male removal experiment was used to
examine changes in female growth and behaviour associ-
ated with sex change in the circle-cheeked wrasse, Hali-
choeres miniatus. Changes in growth rate associated
with sex change were tested by comparing the growth of
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females that changed sex with females that did not change
sex. Territory size and behavioural interactions of females
were also monitored in one focal social group, before,
during and after the removal of the dominant male to
examine how quickly behaviour changed following the loss
of the dominant male. Otoliths of sex-changed females and
non sex-changed females were examined to determine
whether daily otolith increments record changes in somatic
growth are associated with sex change and to experimen-
tally validate that sex change leaves a well-defined check
mark in the otoliths of H. miniatus. Otoliths of wild caught
fish were then examined for the presence of a sex-change
check mark to compare the growth rates of individuals
before and after sex change in the natural population.

Methods
Study site and species

This study was conducted at Lizard Island on the northern
Great Barrier Reef (GBR, 14°40’S 145°28'E), Australia,
between September and November 2005. The study spe-
cies, Halichoeres miniatus, is a small, short-lived wrasse
that inhabits the shallow macroalgal zone of reef flats
throughout the Western Pacific (Randall et al. 1997). The
species is sexually dimorphic, with males being larger and
more brightly coloured than females. Dull-coloured
females (initial phase (IP)) change sex to become brightly
coloured males (terminal phase (TP)). No direct developing
(primary) males have been detected in the population of
H. miniatus at Lizard Island (Ryen 2007); therefore, this
species appears to be a monandric protogynous hermaph-
rodite at this site. Social organization of this species can
vary from haremic, with males aggressively defending a
territory encompassing the territories of multiple site-
attached females, to a more loosely organized system
where male territories overlap and females move freely
between territories (Ryen 2007). Harems were the only
social system observed at Lizard Island.

Experimental induction of sex change

A male removal experiment was used to test the effect of
sex change on female growth rate. Five social groups of
H. miniatus occupying discrete coral rubble patches were
identified. Patch size ranged from 10 to 30 m?* and were at
least 20 m apart. The male and the most likely sex-change
candidates (three to seven of the largest females in each
group) were captured using hand nets and an anaesthetic of
dilute clove oil (Munday and Wilson 1997). Each fish was
immediately measured using callipers (standard length
(SL) to nearest 0.1 mm) and sexed according to its colour

phase. Females were tagged with a unique elastomer tattoo
(Northwest Marine Technologies) injected under the skin
and returned to the exact location of capture once they had
fully recovered from the anaesthetic. If the individual was
male, it was brought back to the laboratory and its otoliths
removed and stored dry for processing. Each social group
was monitored daily to ensure that no transient males
entered the area and took over the harem. After 44 days, all
fish remaining in the social groups were recaptured,
euthanized, and their length (SL), weight and colour phase
(either IP or TP) recorded. Their otoliths were then
removed and stored dry until processing. Gonads were
removed and examined under a dissecting microscope to
estimate the sex of each fish and then preserved in a
solution of formaldehyde—acetic acid—calcium chloride
(FAACC) for histological analysis. Once the sex of each
fish was confirmed, the mean growth of sex changers and
non-sex changers during the experimental period was
compared using a t-test.

Behavioural observations

Focal behavioural sampling was carried out in one of the
five groups described above to explore shifts in individual
behaviour and social structure associated with male
removal and sex change. Five days before the com-
mencement of observations, a 15 x 25 m grid of nylon
line at 5*5 m resolution was placed over the occupied
habitat to aid in the relocation and tracking of individuals.
The male and the four largest females (the most likely sex-
change candidates) in the group were each observed for
repeated 15-min periods over 3 days prior to male removal
and 3 days after male removal to record the immediate
effect of male removal on individual behaviour. Repeated
15-min observations were again made for each individual
during the last 3 days of the experiment to examine the
long-term effects of male removal on individual behaviour
and social structure. All observations were made on snor-
kel, and sufficient time was allowed for the focal fish to
become accustomed to the observer (>5 min) before
behaviour was recorded. Intraspecific interactions (chases,
fin displays to another individual, physical contact,
spawning) and feeding frequency (number of strikes to the
substrate) were recorded, and location within the grid was
plotted every 60 s on a scaled reference map. Individual
territory sizes (the maximum polygon created from the
furthest points travelled) were later measured from the
digitally scanned composite maps using the spatial analysis
program Optimus (v6.5, Media Cybernetics Inc.). The
replicate estimates of territory size (m?), interaction rate
(per 15 min) and feeding rate (per 15 min) were averaged
for each individual at each stage of the experiment and then
compared using simple Repeated Measures (RM) ANOVA
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as set out by Quinn and Keough (2002). In this analysis,
individual fish were subjects, and stages of the experiment
(before male removal, after male removal, end of experi-
ment) were treatments. Average interaction rate was
square-root transformed prior to analysis to improve the
distribution of residuals. Due to time constraints, it was not
possible to record behaviour for individuals in more than
one group during the experimental period. Similarly,
behaviour and growth could not be monitored among the
many smaller sub-adult females in the focal groups (the
ones unlikely to change sex) due to time constraints.
However, the colouration of these individuals was noted as
IP or TP throughout the experiment, so as to detect sex
change should it occur.

Analysis of gonads

The developmental stage of the gonads from all presumed
sex changers and an equal number of non sex-chargers was
assessed by histological analysis. Gonads were embedded
in paraffin-wax blocks, transversely sectioned at 5 um and
stained with Mayer’s Haematoxylin and Young’s Eosin-
Erythrosin. Sections were viewed by high-power light
microscopy and the proportion of male and female sex-cell
types was estimated across a representative section of each
gonad. The cell type under each major increment on an
eyepiece micrometer was recorded at 400x magnification
across the gonad section. Females gonadal tissue was cat-
egorized into: (a) pre-vitellogenic oocytes, (b) developing
oocytes (cortical alveoli stage), (c) vitellogenic oocytes and
(d) ripe oocytes (West 1990). Male gonadal tissue was
categorized into: (a) spermatogonia, (b) spermatocytes, (c)
spermatids and (d) spermatozoa (Nakamura et al. 1989).
The presence of remnant ovarian features (e.g. degenerat-
ing oocytes, oocyte follicles and ovarian lumen) charac-
teristic of female to male sex-change was also recorded.

Sex change by females in the male removal experiment
(above) was confirmed where individuals initially recorded
as female had TP colouration at the end of the experiment
and their gonads contained male gonadal tissue, including
spermatozoa. Since more than one female changed sex to
male in some social groups, the frequency of occurrence of
male sex cell types in the gonads was compared among all
males using Chi-square test of independence to determine
whether all males were at a similar stage of gonad
development.

Analysis of otoliths
The sagittal otoliths from all experimental fishes were
examined to determine the relationship between otolith

growth and somatic growth, and to determine whether a
distinct microstructural discontinuity (check mark) was
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deposited on the otolith during sex change. If sex change
caused a distinctive check mark to be deposited in the
otolith, then all sex changers should have exhibited an
otolith check within 44 days from the otolith edge, while
the check mark should be absent in the otoliths of non sex-
changing females. Otoliths of all fish were sectioned along
the nucleus following the procedures of Wilson and
McCormick (1997) and viewed with a high-power light
microscope. The timing of check mark deposition (if
present) was estimated by counting the number of daily
otolith increments between the check mark and the otolith
edge. This final step was repeated on two separate occa-
sions by independent observers to reduce error and obser-
ver bias. The mean of the two measurements was used in
subsequent analysis.

Otolith increments in this species were validated daily
following the protocol of Schmitt (1984). Briefly, 14
individuals were immersed in a tetracycline-sea water bath
for 24 h. This results in the deposition of tetracycline into
the otolith matrix, forming a fluorescent otolith marker.
Following tetracycline immersion, individuals were kept
alive and fed daily in aquaria with running sea water and a
constant air supply. Individuals were sacrificed with an
overdose of anaesthetic (clove oil) 35 d following the tet-
racycline immersion date. Daily increment deposition was
then inferred by comparing the number of post-marker
increments with the number of post-immersion days (35).
The average number of increments observed between the
fluorescent marker and the otolith margin was 34.64 +
0.34 SE (n = 14).

If otolith increment width provides a reliable indicator
of somatic growth, and females exhibit an increased
somatic growth rate during sex change, then otolith
increment widths should increase significantly in sex
changers, but not in females that do not change sex. Daily
otolith increment widths of all fish were estimated from
digital images captured at 400x magnification using the
spatial analysis program Optimus. Increment widths before
and after male removal were compared using RM-
ANOVA. For females that changed sex to male, otolith
increments were centred on the sex-change check mark for
each individual and the average width of daily otolith
increments compared for 20 days before and 20 days after
the check mark. A similar analysis was conducted for
females that did not change sex by centering otolith
increments on the day that coincided with the mean posi-
tion of the sex-change check mark identified in the previ-
ous analysis.

Growth and sex change in the natural population

In order to investigate the patterns of sex change and
growth in the natural, un-manipulated population, male and
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female H. miniatus were collected from various locations
in the Lizard Island lagoon using hand nets and a dilute
solution of clove oil. The standard length (mm) and colour
phase of each fish were recorded. Otoliths were removed
for estimation of age and analysis of otolith increment
width. Otoliths were prepared, sectioned and viewed as
described above. The age of each fish was determined by
counting the number of daily increments from the nucleus
to the otolith edge. The sex of each fish was determined by
macroscopic examination of the gonads under a dissecting
microscope. Histological sections of gonads were also
examined, as described above, to verify sex and to compare
gonadal development of individuals in the sex-change
experiment with those in the natural population.

The minimum age of sex change in the sample was
estimated from the age frequency distribution of males and
females in the sample. Within the estimated age range of
sex change, otoliths of all fish were then examined for a
check mark that might indicate the time of sex change. The
age at sex change was estimated by counting the number of
daily otolith increments between the check mark and the
otolith nucleus. In order to determine whether growth rate
increased following the presumed sex-change check mark,
daily mean increment sizes were compared for 20 days
before and 20 days after the check mark using RM-
ANOVA. Average increment widths of sex changers
(males) were also compared to those of non-sex changers
(females) during the sex-change period using a one-way
ANOVA. In this analysis, the width of otolith increments
in females above the average age of sex change was
compared to the width of otolith increments in males
following the presumed sex-change check mark.

Results
Experimental induction of sex change

Natural social groups of H. miniatus contained a single
dominant male and three to seven large females within the
male’s territory (Table 1). Between one and three of these
females changed sex to male in each of the five social
groups where the dominant male was removed (Table 1).
In each group, it was the largest female(s) that changed sex.
In three of the groups (groups 2, 4 and 5), more than one
female changed sex. One female from group 1 was not
recaptured and may have moved from the group or died.
Numerous smaller females were observed within the ter-
ritories of the larger females, but these were not captured
and measured. All these small individuals retained initial
phase colouration throughout the experiment.

All sex-changed fish had well-developed testes domi-
nated by male tissue (Fig. 1a). Spermatozoa were present

Table 1 The size (mm SL) of males and females in natural social
groups before male removal and sizes of females that changed sex and
those that remained as female 44 days after the removal of the resi-
dent male

Group Before male removal After male removal
3 ? 3 ?
Size Size Size Size
1 67.5 53.4 62.7 —
52.4 559
50.2 52.7
46.3 51.1
46.3 -
43.8 47.1
2 75.5 57.1 64.6 “—
56.7 61.2 «
51.8 54.2
3 77.2 56.8 60.3 «—
494 53.8
48.7 50.2
44.6 47.9
4 87.2 57.2 68.6 “—
56.2 67.7 —
50.3 55.0
5 79.4 61.7 65.1 «—
51.9 67.5 -
51.4 61.3 -
49.3 52.1

Fish were tagged for individual identification. « indicates females
that changed sex after male removal, — missing female

in peripheral sperm sinuses indicating that these were
functional males. Most testes contain a remnant ovarian
lumen and some contained degenerating oocytes or oocyte
follicles. Gonads of all non-sex-changing females exhib-
ited typical ovaries with all stages of oocyte development
(Fig. 1b). In social groups where more than one individ-
ual changed sex to male, there was no difference in the
proportion of male sex cell types present in the gonads of
the smaller males compared to the largest male in all
groups (;(2 = 23.7, d.f. =21, P =0.3), indicating that
gonads of all males were at a similar stage of
development.

There was a significant increase in the growth of females
that changed sex to male compared to females that did not
change sex (t = 3.6, P = 0.005). Females that changed sex
grew over twice as much as females that did not change sex
over the duration of the experiment ((sex-changer mean
growth = 8.51 mm SL £ 1.40 SE; non-sex changer mean
growth = 3.32 SL. &+ 1.37 SE). In all but one of the groups,
the largest female remained the largest individual in the
group after sex change. In group 5, however, the second
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largest female grew faster than the initial largest female
and became the largest member of the group after sex
change (Table 1).

—_—
SO0 um

Fig. 1 Gonad structure of a female Halichoeres miniatus that
changed sex to male (a) and a female that did not change sex (b),
showing primary spermatocytes (SC1), secondary spermatocytes
(SC2), spermatids (SD), spermatozoa (SZ) and remnant ovarian
lumen (OL) in the testis and pre-vitellogenic oocytes (P), vitellogenic
oocytes (V) and ripe oocytes (R) in the ovary

Fig. 2 Otoliths from a female
Halichoeres miniatus that
changed sex to male (a, b)
showing the check mark (SC)
associated with sex change. A
similar check mark was absent
in females that did not changed
sex (c, d). A change in the axis
of otolith accretion was evident
following the check mark
associated with larval settlement
(S) and following the check
mark associated with adult sex
change (SC)
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A check mark in the form of an optically dense dis-
continuity was apparent in the otoliths of all the females
that changed sex (n = 9) in the male removal experiment
(Fig. 2a, b). The check mark appeared as a growth incre-
ment with an unusually dark margin. The primary otolith
growth axis (i.e. the axis through which increment width is
greatest) also appeared to change direction in association
with check-mark formation (Fig. 2a, b). Similar changes in
otolith microstructure were not present in any of the indi-
viduals that remained female (Fig. 2c, d). The check mark
in sex-changed females was between 26 and 44 days
(mean = 40d) of the otolith margin, indicating that it was
formed after the removal of the dominant male.

For those individuals that changed sex, the average daily
otolith increment width for the 20 days immediately after
the identified check was significantly larger than the
average daily increment width for the 20 days immediately
prior to the check (RM-ANOVA F ;6 = 19.7, P < 0.001,
Fig. 3a). There was no difference in otolith increment
widths at corresponding days in females that did not
change sex (RM-ANOVA F,;3=2.2, P =0.155,
Fig. 3b). Increased otolith increment width in sex-changed
fish is consistent with the observed increase in growth rate
of females that changed sex compared to those that did not.
There was a sharp increase in average increment width at
the time of the check indicating acceleration in growth at
the commencement of sex change.

Behavioural changes

The focal observation group (Group 5) displayed a haremic
structure prior to the removal of the dominant male
(Fig. 4a). Less formal observations of the other four
experimental groups indicated a similar social structure in
each. Males were observed to aggressively defend non-
overlapping territories from other males and each male
territory encompassed multiple, smaller, female territories.
Males maintained their dominance through displays and
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Fig. 3 Average (£SE) daily otolith increment widths of Halichoeres
miniatus 20 days before and 20 days after the sex-change check mark
identified in the otolith. a Female that changed sex to male (n = 9)
and b females that did not change sex (n = 10)

chases towards the females within their territory. Females
remained attached to the site and rarely moved outside
their territory. Larger females displayed to and chased
other large females that entered their territory, but largely
ignored any small females already within their territory.
Near spawning time males visited female territories more
frequently until spawning took place.

The study area of the focal group encompassed the
territory of the largest male in the area. The average ter-
ritory size over 3 days for the dominant male (79.4 mm
SL) was 120.48 m? (Fig. 4a). Three neighbouring males in
the area had territories of 88.4, 87.52 and 19.64 m?> (male
SL: 74.2, 66.4, and 63.1 mm, respectively). The male
interacted regularly with all the females within his terri-
tory. Before male removal, the four largest females had an
average territory size of 13.25 m”. After the dominant male
was removed, female territories initially became indistin-
guishable and all the females roamed throughout the study
area, often in a group. Territories were re-established
within several days, at which time the second largest (and
initially the most isolated) female began to assume the
dominant male role and maintain the largest territory
(Figs. 4b, 5a). By the end of the experimental period, this
female and two other large females had changed sex to

N

Fig. 4 The shape and relative size of the male and largest female
territories in the focal study group (Group 5): a before male removal,
b 22 days after male removal and ¢ 44 days after male removal.
Territory numbers match females in Fig. 4. Territory 1 belongs to the
largest female and 4 to the smallest female. The dashed lines
represent the original male’s territory

male. At the end of 44 days, the behaviourally dominant
female had grown larger than the other two and controlled
the largest territory, while the other two new males main-
tained territories similar in size to their original territories
on the periphery of the dominant’s territory (Figs. 4c, 5a).
There was no significant increase in territory size between
stages of the experiment (RM-ANOVA F, ¢=2.07,
P = 0.21) because only the territory of the largest sex
charger exhibited a sustained increase in size.

Before male removal, the largest females in the group
generally encountered other females infrequently. Interac-
tion rates increased after male removal for the three
females that changed sex (Fig. 5b; RM-ANOVA F, ¢ =
7.18, P = 0.025), with the second largest female having
the highest number of interactions. Interactions rates did
not increase for the smallest female, which did not change
sex (Fig. 5b). Feeding rates of all females decreased at the
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Fig. 5 Mean (£SE) territory size (a), frequency of female—female
interactions (b) and feeding rates (c) before and after male removal
for the four largest Halichoeres miniatus females in the focal
observation group (Group 5). Females are ordered from largest to
smallest. The first three females changed sex to male and the fourth
remained female. Each mean is the average recorded over 3
consecutive days

same time (Fig. 5c; RM-ANOVA F, ¢=2258, P=
0.002) suggesting that there was a shift in time budget from
feeding to social interactions.

Before male removal, all the largest females in the focal
group were observed to spawn with the male territory
holder. Spawning behaviour within the group involving
several different pairs of resident females was observed the
same evening as the male was removed. After several days,
the second largest female began to monopolise all spawn-
ing activity. Colour phase in the dominant female (second
largest) began to change from IP to TP within a week of
male removal. After 3 weeks, two other large females also
began to change colour. At the end of the experiment
(44 days), the three largest fish exhibited male colouration
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and histological analysis of the gonads confirmed that all
three had become functional males.

Growth and sex change in the natural population

A total of 33 females and 16 males were collected from the
natural population. All initial phase individuals were
female, and no males were found in the smaller size clas-
ses; therefore, all males appear to be derived through sex
change, as previously reported. The initial size and age
distributions were representative of a protogynous species,
with males only found in the larger size classes (Fig. 6a).
There was more variation in the age distribution of males
(Fig. 6b) compared to the size frequency distribution,
indicating that females change sex to male at a wide range
of ages. The youngest male was 197 days old, only mar-
ginally older than the youngest female in the sample
(192 days).

The histological examination of the gonads confirmed
that all terminal phase (brightly coloured) individuals were
functional males. Testes contained only male sex cells,
although most also exhibited a remnant ovarian lumen and
some also contained degraded oocyte follicles. One indi-
vidual had transitional colouration with only the begin-
nings of male facial markings. The gonads of this
individual containing both proliferating testicular tissue
and a large number of degenerating oocytes. In addition,
the otolith of this individual contained a check mark
located five daily increments away from the otolith edge.

20 1

10 20 30 40 50 60 70 80 90
SL (mm)

Frequency

0 T T T l
90 120 150 180 210 240 270 300 330

Age (days)

Fig. 6 Size (a) and age (b) frequency distributions of Halichoeres
miniatus at Lizard Island, GBR. White represents females and grey is
males
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Fig. 7 Average daily otolith increment width (+SE) of Halichoeres
miniatus individuals from 20 days before to 20 days after the
identified check in the otoliths of wild caught individuals

A discernable optical discontinuity in the otolith, con-
sistent with the sex-change check mark observed in
experimental fish, was identified in 14 of 16 males from the
wild population. A clear check was not evident in the
otoliths of two males; however, a change in the otolith
accretion rates was still distinguished in these fish. The
estimated age at sex change based on the check mark was
between 141 and 269 days (mean 209d). Daily otolith
increment width was significantly larger after the check
compared to before the check (RM-ANOVA: F;3p =
14.47, P = 0.001, Fig. 7), indicating an increase in growth
rate associated with sex change as observed in the exper-
imental manipulation. Otolith increment widths of males
20 days after the sex-change check mark were significantly
larger than otolith increment widths of females of the same
age that had not changed sex (F3s = 181.92, P < 0.001).

Discussion

In this study, the largest one to three females in social
groups of the wrasse H. miniatus changed sex following the
loss of the dominant male. All sex changers exhibited an
increase in growth rate associated with sex change. This
rapid increase in size may improve the competitive ability
of the new males to prevent harem takeovers by other
males. It was also experimentally demonstrated that an
optically apparent microstructural discontinuity (check
mark) is formed in the otoliths during sex change and that
the increase in somatic growth associated with sex change
is reflected in otolith growth. A similar check mark and
increase in otolith increment width was found in males, but
not in females, from the natural population, indicating that
increased growth associated with sex change is a common
feature of H. miniatus growth dynamics.

Transitional growth acceleration has been reported in
several other haremic sex-changing fishes (Walker and
McCormick 2004; Walker et al. 2007). Increased size

during and after sex change most likely benefits new males
by increasing their ability to defend the harem against other
males. Bachelor males or other territorial males frequently
attempt to take over a harem after loss of the dominant
male (Aldenhoven 1986; Warner 1991; Sakai 1997) and
accelerated growth would increase the new males’ ability
to prevent such takeovers. Large size may also help
the new male maintain a dominance hierarchy within the
harem and prevent other females challenging for the
dominant position (Robertson 1972; Hattori 1991; Sakai
1997; Sakai and Kohda 1997; Lorenzi et al. 2006; Wong
et al. 2007).

In the focal group, behavioural changes in the largest
females began almost immediately after the removal of the
male. Similar behaviour has been observed in other species
and is likely to be important in maintaining or establishing
dominance relationships among prospective sex changers
(Kuwamura et al. 2002; Sakai et al. 2003; Rodgers et al.
2005). Interaction rates and movement of females within
the harem increased after removal of the harem male,
whereas feeding rates declined. Importantly, sex-changing
females exhibited an increase in growth at the same time
that feeding decreased, suggesting that growth acceleration
may be fuelled by energy stores rather than increased
energy intake. Since only one focal group was observed for
behavioural changes, the result from this part of the study
must be interpreted with caution. Further studies on mul-
tiple groups will be necessary to determine whether
increased growth in sex-changing females is usually sup-
ported by energy stores rather than increased foraging.

In social systems where sex change and growth are
regulated by interactions between individuals, it might be
expected that males would be replaced on a one-to-one
basis by the largest dominant females (Robertson 1972;
Ross 1990). In the male removal experiment, the largest
female always changed sex following male removal, as has
been observed in other haremic species. However, one or
two of the next largest females also changed sex to male in
three of the five groups. This suggests that the presence of
the male, and not female dominance, is initially responsible
for the timing of sex change in H. miniatus. This per-
spective is reinforced by the low level of interactions
between females in the focal harem before the male was
removed. After the removal of the male, female—female
interactions increased, possibly due to the competition
among females for control of the harem. Surprisingly, in
one of the groups, the second largest female changed sex
first, grew faster than the other sex-changing females, and
became the dominant male. This observation is important
because it illustrates that even though removal of the
dominant male may be the cue for sex change in females, it
may be dominance relationships among females that
determine which one ultimately becomes the dominant
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male following sex change. Although size is frequently a
good predictor of dominance in fish societies (Forrester
1991; Buston 2003; Wong et al. 2007), other factors may
also influence dominance hierarchies, and thus influence
which individuals change sex (Rodgers et al. 2007), or the
outcome of competition among sex-changing females.

In some situation where the largest female has a higher
fecundity than the combined fecundity of other females in
the group, the largest female may decline to change sex,
presumably because her future reproductive success will be
greater by remaining female (Munoz and Warner 2003,
2004). In this case, it would favour one of the smaller
females changing sex to become the new harem male. This
mechanism does not appear to have operated in our
experiment because although some of the smaller females
changed sex to males, the largest female in the group also
changed sex in all instances. Therefore, the largest female
did not decline sex change in any instance. Instead, it
appears that the multiple females changed sex to compete
for the dominant position within the harem.

Given the potential high pay-off associated with
becoming a harem master, it might be advantageous for
lower ranked females of sufficient size to change sex at the
same time as the dominant female and challenge her for the
male position. If the reproductive success of a harem
master is much greater than the average reproductive suc-
cess of females, challenger females need only succeed on a
relatively small number of occasions for this to be an
effective strategy (Rodgers 2003). Natural social groups of
H. miniatus appeared to be haremic at this location, with
only one male in each harem. Therefore, smaller females
that change sex, but do not succeed in challenging the
dominant sex-changing female, may become bachelor
males and wait for an opportunity to takeover another
harem (Aldenhoven 1986; Lutnesky 1994; Sakai 1997).
Several new males entered the experimental area and were
removed in the first few days after removal of harem males
in the experiment. This, along with the sex change of
multiple females, indicates that there might indeed be a
small number of bachelor males in the population of
H. miniatus and that these male will attempt to take over a
harem if there is an opportunity to do so.

An alternative explanation for why more than one
female changed sex in some groups is that new males
were smaller than the resident male and, therefore, unable
to defend a harem of the size of the original males. In
the present system, as a female changed to male, she
attempted to integrate the previous male’s territory into
her own. However, the territory size of the new dominant
male did not reach the size of the initial male territory.
The sex-changing female, being smaller than the original
male, might not be able to maintain a territory of the
same size as the original male. Reduced territory size of
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the new male and lower levels of interactions between
peripheral females and the new male might stimulate
peripheral females to change sex, resulting in the initial
fragmentation of the original male’s territory (Ross et al.
1983; Hoffman et al. 1985; Sakai 1997). Presumably,
however, the new dominant male would expand his ter-
ritory as he increases in size and ultimately exclude
peripheral males. The result would be a dynamic of ter-
ritory fragmentation and expansion following the loss of
dominant males (Ross et al. 1990; Sakai 1997; Sakai and
Kohda 1997). Once again, any other males that were
ultimately excluded from the territory of the dominant
male are likely to become bachelor males.

Finally, this study validated that an optical check mark
in the otoliths develops during sex change in H. miniatus
and that growth acceleration associated with sex change is
recorded as an increase in the width of daily otolith
increments. Comparisons to natural populations revealed a
similar check in the otoliths as well as a similar increase in
daily increment width. Although a distinctive check mark
was not observed in all the wild caught fish, a change in the
accretion rates was observed in all sex-changing individ-
uals, suggesting that increased growth rates do indeed
accompany sex change under natural conditions. It is likely
that other hermaphroditic species may also acquire a
check-mark in their otoliths indicating the time of sex
change. Importantly, the presence of such a check mark
would provide a unique and effective way to estimate the
age of sex change and to investigate growth patterns
associated with sex change without time consuming and
logistically difficult individual tracking.

Many fishes are known to be hermaphroditic (Sadovy de
Mitcheson and Liu 2008); however, the proximal mecha-
nism of sex change has been experimentally tested in rel-
atively few of these species. Only the largest female
changes sex following male loss in some strongly haremic
species (e.g. Robertson 1972; Walker and McCormick
2004), and it is often assumed that a similar mechanism
operates in other sex-changing species. This study indicates
that patterns of sex change can be more complicated than
are commonly assumed. More than one female may change
sex following the loss of a dominant male, and these
females presumably compete for access to the position of
harem male. Furthermore, it may not always be the initially
largest female that secures the dominant male position if
smaller females can rapidly increase their size, and over-
take other females, when the opportunity for sex change
arises. These results add to the increasing evidence for
unrecognised diversity and complexity in sex change
strategies by hermaphroditic animals. At the same time,
they provide further evidence that otoliths provide a valu-
able store of information for exploring the complex life
histories of sex-changing species.



Coral Reefs (2009) 28:623-634

633

Acknowledgements We thank staff at Lizard Island Research Sta-
tion, M. Shaw and C. Chutz for their assistance in fieldwork and
S. Reilly for assistance in histology. This research complies with the
laws of Australia and was carried out under permission from the Great
Barrier Reef Marine Park Authority. Research was funded by a JCU
Doctoral Research Grant and a Lizard Island Doctoral fellowship
(Australian Museum) to S.-P.P.-W., a Merit Research Grant to M.I.M.
and the ARC Centre of Excellence for Coral Reef Studies.

References

Aldenhoven JM (1986) Different reproductive strategies in a sex
changing fish Centropyge bicolor (Pomacanthidae). Mar Freshw
Res 37:353-360

Alonzo SH, Ish T, Key M, MacCall AD, Mangel M (2008) The
importance of incorporating protogynous sex change into stock
assessments. Bull Mar Sci 83:163-179

Black MP, Moore B, Canario AVM, Ford D, Reavis RH, Grober MS
(2005) Reproduction in context: field testing a laboratory model
of socially controlled sex change in Lythrypnus dalli (Gilbert).
J Exp Mar Biol Ecol 318:127-143

Buston P (2003) Size and growth modification in clownfish. Nature
424:145-146

Campana SE (2001) Accuracy, precision and quality control in age
determination, including a review of the use and abuse of age
validation methods. J Fish Biol 59:197-242

Charnov EL (1982) The theory of sex allocation. Princeton University
Press, Princeton, NJ

Dugatkin LE, FitzGerald GJ (1997) Sexual selection. In: Godin J-GJ
(ed) Behavioural ecology of teleost fishes. Oxford University
Press, Oxford, pp 266-291

Emlen ST, Oring LW (1977) Ecology, sexual selection and the
evolution of mating systems. Science 197:215-223

Fishelson L (1970) Protogynous sex reversal in the fish Anthias
squamipinnis (Teleostei, Anthiidae) regulated by the presence or
absence of a male fish. Nature 227:90-91

Forrester GE (1990) Factors influencing the juvenile demography of a
coral reef fish. Ecology 71:1666—1681

Forrester GE (1991) Social rank, individual size and group compo-
sition as determinants of food consumption by humbug damsel-
fish, Dascyllus aruanus. Anim Behav 42:701-711

Garratt PA, Govender A, Punt AE (1993) Growth acceleration at sex
change in the protogynous hermaphrodite Chrysoblephus punic-
eus (Pisces: Sparidae). S Afr J Mar Sci 13:187-193

Ghiselin MT (1969) The evolution of hermaphroditism among
animals. Q Rev Biol 44:189-208

Hattori A (1991) Socially controlled growth and size-dependent sex
change in the anemonefish Amphiprion frenatus in Okinawa,
Japan. Ichthyol Res 38:165-177

Hoffman SG (1983) Sex-related foraging behavior in sequentially
hermaphroditic hogfishes (Bodianus spp.). Ecology 64:798—
808

Hoffman SG, Schildhauer MP, Warner RR (1985) The costs of
changing sex and the ontogeny of males under contest compe-
tition for mates. Evolution 39:915-927

Keller L, Reeve HK (1994) Partitioning of reproductions in animal
societies. Trends Ecol Evol 9:98-102

Koebele BP (1985) Growth and the size hierarchy effect: an
experimental assessment of three proposed mechanisms: activity
differences, disproportional food acquisition, physiological
stress. Environ Biol Fish 12:181-188

Kuwamura T (1984) Social structure of the protogynous fish
Labroides dimidiatus. Publ Seto Mar Biol Lab 29:117-177

Kuwamura T, Karino K, Nakashima Y (2000) Male morphological
characteristics and mating success in a protogynous coral reef
fish, Halichoeres melanurus. J Ethol 18:17-23

Kuwamura T, Tanaka N, Nakashima Y, Karino K, Sakai Y (2002)
Reversed sex-change in the protogynous reef fish Labroides
dimidiatus. Ethology 108:443-450

Lorenzi V, Earley RL, Grober MS (2006) Preventing behavioural
interactions with a male facilitates sex change in female
bluebanded gobies, Lythrypnus dalli. Behav Ecol Sociobiol
59:715-722

Lutnesky MMF (1994) Density-dependant protogynous sex change in
territorial-haremic fishes: models and evidence. Behav Ecol
5:375-383

Munday PL, Wilson SK (1997) Comparative efficacy of clove oil and
other chemicals in anaesthetization of Pomacentrus amboinen-
sis, a coral reef fish. J Fish Biol 51:931-938

Munday PL, Hodges AL, Choat JH, Gust N (2004) Sex-specific
growth effects in protogynous hermaphrodites. Can J Fish Aquat
Sci 61:323-327

Munday PL, Buston PM, Warner RR (2006) Diversity and flexibility
of sex-change strategies in animals. Trends Ecol Evol 21:89-95

Munoz RC, Warner RR (2003) A new version of the size-advantage
hypothesis for sex change: incorporating sperm competition and
size-fecundity skew. Am Nat 161:749-761

Munoz RC, Warner RR (2004) Testing a new version of the size-
advantage hypothesis for sex change: sperm competition and
size-skew effects in the bucktooth parrotfish, Sparisoma radians.
Behav Ecol 15:129-136

Nakamura M, Hourigan TF, Yamauchi K, Nagahama Y, Grau EU
(1989) Histological and ultrastructural evidence for the role of
gonadal steroid hormones in sex change in the protogynous
wrasse Thalassoma duperrey. Environ Biol Fish 24:117-136

Nakashima Y, Sakai Y, Karino K, Kuwamura T (2000) Female—
female spawning and sex change in a haremic coral-reef fish,
Labroides dimidiatus. Zool Sci 17:967-970

Quinn Gp, Keough MJ (2002) Experimental design and data analysis
for biologists. Cambridge University Press, Cambridge

Randall JE, Allen GR, Steene RC (1997) Fishes of the Great Barrier
Reef and Coral Sea. University of Hawaii, Honolulu

Reavis RH, Grober MS (1999) An integrative approach to sex change:
social, behavioural and neurochemical changes in Lythrypnus
dalli (Pisces). Acta Ethol 2:51-60

Robertson DR (1972) Social control of sex reversal in a coral-reef
fish. Science 177:1007-1009

Robertson DR (1981) The social and mating systems of two labrid
fishes, Halichoeres maculipinna and H. garnoti, off the Carib-
bean of Panama. Mar Biol 64:327-340

Rodgers L (2003) Odds-playing and the timing of sex change in
uncertain environments: you bet your wrasse. Behav Ecol
14:447-450

Rodgers EW, Drane S, Grober MS (2005) Sex reversal in pairs of
Lythrypnus dalli: behavioral and morphological changes. Biol
Bull 208:120-126

Rodgers EW, Earley RL, Grober MS (2007) Social status determines
sexual phenotype in the bi-directional sex changing blueband
goby Lythrypnus dalli. J Fish Biol 70:1660-1668

Ross RM (1987) Sex-change linked growth acceleration in a coral-
reef fish, Thalassoma duperrey. J Exp Zool 244:455-461

Ross RM (1990) The evolution of sex-change mechanisms in fishes.
Environ Biol Fish 29:81-93

Ross RM, Losey GS, Diamond M (1983) Sex change in a coral-reef
fish: dependence of stimulation and inhibition on relative size.
Science 221:574-575

Ross RM, Hourigan TF, Lutnesky MF, Sinch I (1990) Multiple
simultaneous sex change in social groups of a coral-reef fish.
Copeia 2:427-433

@ Springer



634

Coral Reefs (2009) 28:623-634

Ryen C (2007) Growth-related sex change in coral reef fishes. MSc
Thesis, James Cook University, 112 pp

Sadovy de Mitcheson Y, Liu M (2008) Functional hermaphroditism
in teleosts. Fish Fish 9:1-43

Sakai Y (1997) Alternative spawning tactics of female angelfish
according to two different contexts of sex change. Behav Ecol
8:372-377

Sakai Y, Kohda M (1997) Harem structure of the protogynous
angelfish, Centropyge ferrugatus (Pomacanthidae). Environ Biol
Fish 49:333-339

Sakai Y, Karino K, Nakashima Y, Kuwamura T (2002) Status-
dependent behavioural sex change in a polygynous coral-reef
fish, Halichoeres melanurus. J Ethol 20:101-105

Sakai Y, Tsujimura C, Nakata Y, Tanabe H, Maejima G (2003) Rapid
transition in sexual behaviors during protogynous sex change in
the haremic angelfish, Centropyge vroliki (Pomacanthidae).
Ichthyol Res 50:30-35

Schmitt PD (1984) Marking growth increments in otoliths of larval
and juvenile fish by immersion in tetracycline to examine the
rate of increment formation. Fish Bull 82:237-242

Shapiro DY (1981) Size, maturation and the social control of sex
reversal in the coral reef fish Anthias squamipinnis. J Zool Lond
193:105-128

Shuster SM, Wade MIJ (2003) Mating systems and strategies.
Princeton University Press, Princeton, NJ

Thorrold SR, Hare JA (2002) Otolith applications in reef fish ecology.
In: Sale PF (ed) Coral reef fishes—dynamics and diversity in a
complex ecosystem. Academic Press, San Diego, pp 243-264

Walker SPW, McCormick MI (2004) Otolith-check formation and
accelerated growth associated with sex change in an annual
protogynous tropical fish. Mar Ecol Prog Ser 266:201-212

@ Springer

Walker SPW, McCormick MI (2009) Fish ears are sensitive to sex
change. Biol Lett 5:73-76

Walker SPW, Ryen CA, McCormick MI (2007) Rapid larval growth
promotes sex change and growth acceleration in a protogynous
hermaphrodite, Parapercis snyderi Jordan and Starks 1905.
J Fish Biol 71:1-11

Warner RR (1975) The adaptive significance of hermaphroditism in
animals. Am Nat 109:61-82

Warner RR (1984) Mating behavior and hermaphroditism in coral
reef fishes. Am Sci 72:128-136

Warner RR (1991) The use of phenotypic plasticity in coral reef fishes
as tests of theory in evolutionary ecology. In: Sale PF (ed) The
ecology of fishes on coral reefs. Academic Press, San Diego, pp
387-400

Warner RR, Swearer SE (1991) Social control of sex change in the
bluehead wrasse, Thalassoma bifasciatum (Pisces: Labridae).
Biol Bull 181:199-204

West G (1990) Methods of assessing ovarian development in fishes: a
review. Mar Freshw Res 41:199-222

Wilson DT, McCormick MI (1997) Spatial and temporal validation of
settlement-marks in the otoliths of tropical reef fishes. Mar Ecol
Prog Ser 153:259-271

Wilson DT, McCormick MI (1999) Microstructure of settlement-
marks in the otoliths of tropical reef fishes. Mar Biol 134:29-41

Wong MYL, Buston PM, Munday PL, Jones GP (2007) The threat of
punishment enforces peaceful cooperation and stabilizes queues
in a coral-reef fish. Proc R Soc Lond B 274:1093-1099



	Growth acceleration, behaviour and otolith check marks associated with sex change in the wrasse Halichoeres miniatus
	Abstract
	Introduction
	Methods
	Study site and species
	Experimental induction of sex change
	Behavioural observations
	Analysis of gonads
	Analysis of otoliths
	Growth and sex change in the natural population

	Results
	Experimental induction of sex change
	Behavioural changes
	Growth and sex change in the natural population

	Discussion
	Acknowledgements
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /Description <<
    /ENU <>
    /DEU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


