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Abstract Risk-sensitive hatching is adaptive for species
facing a trade-off between egg-stage and post-hatching
risks, and environmental variation in one or both stages.
Such plasticity has been found in amphibians, fishes, rep-
tiles and spiders, with red-eyed treefrogs (Agalychnis cal-
lidryas) being the best-studied case. We assessed hatching
plasticity and egg- and larval-stage risks in a closely
related, syntopic species, the gliding leaf-frog (Agalychnis
spurrelli). We found a lower hatching response to egg-eat-
ing snakes in A. spurrelli (9—28% of embryos escaped) than
in A. callidryas (59-80% escaped). Levels of snake preda-
tion were similarly high for clutches of both species moni-
tored at a pond in Costa Rica, and in fish predation
experiments early-hatched A. spurrelli tadpoles were more
vulnerable than later hatchlings, as has been shown for A.
callidryas. A. spurrelli thus face a risk trade-off similar to
A. callidryas, and likely would benefit from predator-
induced hatching; their lower responsiveness to snakes
appears nonadaptive. A. spurrelli embryos showed a stron-
ger hatching response (57% hatched in 1 h) to submergence
underwater than to snake attacks even though submergence
is a less frequent risk. This suggests they have a greater
capacity for early hatching than is expressed in the context
of snake attacks, but have much lower sensitivity to snake
cues than to flooding cues. Development in A. spurrelli is
accelerated compared to syntopic A. callidryas, and sponta-
neous hatching is earlier and more synchronous. This is
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congruent with predictions based on selection by egg pre-
dators in the absence of a strong escape hatching response.

Keywords Embryo behaviour - Hatching - Inducible
defence - Phenotypic plasticity - Predation

Introduction

Most animals begin life as eggs. Both eggs and newly
hatched young often have weak defences, compared with
more developed stages, and consequently suffer high levels
of predation (Fuiman and Magurran 1994; Vonesh 2005).
Life history theory suggests that hatching, like other onto-
genetic switch points, should evolve to balance these risks,
as well as the opportunities, in adjacent life stages (Shine
1978; Werner and Gilliam 1984; Sih and Moore 1993). For
instance, egg predators can select for earlier hatching, while
predators of newly hatched young can select for later hatch-
ing.

If stage-specific risks and opportunities are stable, selec-
tion will favour a single fixed hatching stage. However,
such stability may be unusual. Environmental heterogeneity
in either egg or post-hatching stage can preclude a single
optimum, and favour phenotypic plasticity. In general, phe-
notypic plasticity is favoured by selection if three condi-
tions are met: environmental heterogeneity, a cue that
indicates conditions, and a fitness trade-off that makes
different phenotypes most fit under different conditions,
(West-Eberhard 1989; Via et al. 1995; DeWitt and Scheiner
2004). Adaptive evolution of plasticity is widespread,
including divergence between closely related species
exposed to different regimes of environmental heterogeneity
(Schlichting 1986; Leips and Travis 1994; Doughty 1995;
Gotthard and Nylin 1995; Dudley 1996) and convergence

@ Springer



198

Oecologia (2007) 153:197-206

between distantly related species under similar conditions
(Reader et al. 1992; Relyea 2001; Van Buskirk 2002).

Adaptive plastic changes in hatching timing in response
to predators and/or pathogens of eggs or larvae are known
from several taxa, but have not been found in others.
Delayed hatching in response to post-hatching risks has
been demonstrated in two amphibians (Sih and Moore
1993; Moore et al. 1996; Laurila et al. 2002) and is sus-
pected in crustaceans (Blaustein 1997). However, eggs of
eight amphibian species exposed to chemical cues from
known or putative larval predators did not delay hatching
(reviewed in Orizaola and Brafia 2004). Responses to egg-
stage predators and pathogens seem more consistent with
predictions, with two fishes (Wedekind 2002; Kusch and
Chivers 2004), a lizard (Moreira and Barata 2005), a spider
(Li 2002) and eight amphibians (Warkentin 1995; Chivers
etal. 2001; Laurila et al. 2002; Vonesh 2005; Touchon
et al. 2006; Gomez-Mestre et al. 2006) hatching early, one
amphibian hatching smaller, but not earlier (Vonesh 2000),
and one amphibian showing no response (Laurila et al.
2002).

To begin to understand the variation across species in
embryo responses to risk, we need further comparative
studies (Laurila et al. 2002), complete with information on
environmental heterogeneity and fitness trade-offs, as well
as the responses themselves. For instance, in some cases,
predators feed on both egg and larval stages. Without
assessment of relative, stage-specific risk it is difficult to
predict how embryos should respond, or to assess the adap-
tive value of particular responses (Laurila etal. 2001;
Schalk et al. 2002; Johnson et al. 2003; Saenz et al. 2003).
Moreover, responses to subsets of cues in experiments may
not always reflect responses to natural predation.

Adaptive plasticity in hatching has been most thoroughly
studied in the red-eyed treefrog, Agalychnis callidryas
(Phyllomedusinae, Hylidae) (Warkentin 1995; Warkentin
1999a, b, 2000a, b, 2002, 2007; Warkentin et al. 2001,
2005, 2006a, b). Here we assess the plastic hatching
response to two egg-stage risks in a closely related, syn-
topic species, the gliding leaf-frog Agalychnis spurrelli,
and compare it with that of A. callidryas. We quantify the
egg-stage risk for both species in nature and experimentally
test for a fitness trade-off across hatching in A. spurrelli, to
contextualize variation in hatching responses between the
two species. Our null hypotheses were: (1) both species
experience similar levels of egg predation; (2) they have the
same pattern of undisturbed or spontaneous hatching; (3)
their escape hatching responses to snake attack and flood-
ing are similar; and (4) early hatching increases vulnerabil-
ity to aquatic predators in A. spurrelli, as it does in A.
callidryas.
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Materials and methods
Study species

Both A. spurrelli and A. callidryas are found in humid trop-
ical lowland to premontane forests of Central America
(Duellman 2001; Savage 2002). The distribution of A. cal-
lidryas, from central Veracruz, Mexico, to northern Colom-
bia, includes most of that of A. spurrelli (southeastern
Costa Rica to northwestern Ecuador). A. callidryas is more
abundant than A. spurrelli, sharing all of the A. spurrelli
breeding ponds we know in Central America. The species
also overlap temporally, both breeding during the rainy sea-
son, although A. callidryas breed on most rainy nights
while A. spurrelli breed only a few times each rainy season
(Kubicki 2004).

Both species attach their eggs to vegetation over ponds.
They use an overlapping range of oviposition sites, mostly
leaves and sometimes branches, tree trunks, or other struc-
tures; A. spurrelli clutches are occasionally embedded in
moss, whereas A. callidryas eggs are not. The clutches are
morphologically distinct. A. callidryas lays eggs in smooth,
often elliptical, gelatinous masses 10-15 mm deep, whereas
A. spurrelli eggs are laid in an irregularly shaped flat mono-
layer (4-5 mm deep), or rarely in a partial bilayer, with lit-
tle associated jelly. Hatchlings fall into the water to
continue their development to metamorphosis, and the
tadpoles are behaviourally and morphologically similar
(Duellman 2001; Savage 2002). Development of A. calli-
dryas embryos is highly synchronous within and among
egg clutches at a site (Warkentin 1999b, 2002) but external
gill regression, which is used as a developmental marker in
standard staging tables (Gosner 1960), is highly plastic.
Therefore, we use age within the plastic hatching period as
a proxy for developmental stage, and consider it relative to
the timing of spontaneous hatching for each species.

A. callidryas embryos hatch prematurely to escape from
egg-eating snakes (Warkentin 1995, 2005), wasps (War-
kentin 2000b; Warkentin et al. 2006a), a pathogenic fungus
(Warkentin etal. 2001) and flooding (Warkentin 2002).
Vibrations serve as a cue in snake-induced hatching (War-
kentin 2005; Warkentin et al. 2006b) but other cues must
mediate the premature hatching of flooded and fungus-
infected eggs (Warkentin 2002). This species experiences a
risk trade-off at hatching, as early hatchlings are at higher
risk of predation by aquatic predators (Warkentin 1995,
1999a). Since A. spurrelli share egg and larval environ-
ments and much of their phylogenetic history with A. cal-
lidryas (Wiens et al. 2006; 1. G.-M., J. J. Wiens and K. M.
W., unpublished data), we hypothesized that they would
also share plastic hatching responses to egg-stage risks.
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Field survey

We monitored 338 individually marked A. callidryas
clutches and 30 A. spurrelli clutches at a pond (Agalychnis
pond) near Sirena Field Station in Corcovado National
Park, Costa Rica, from 22 June to 14 July 1993, and from 9
June to 5 July 1994. Clutch locations were marked with
flagging tape and plastic cups (9 cm diameter x 7 cm deep,
drain holes at 1 cm above the bottom) were hung under
each clutch to collect hatchlings (following Hayes 1983;
Warkentin 1995). Each clutch was checked twice daily
(early morning and late afternoon), and we made additional
opportunistic observations of predation during the day and
night. Eggs were counted and staged based on easily visible
external morphology (Gosner 1960; Pyburn 1963; Warken-
tin 1999b, 2002), hatchlings were counted and released, and
the state of the clutch was noted. Egg predation was
assessed as animals that disappeared between censuses.

Predator type was determined by the pattern of egg
removal and condition of clutch remains, corroborated by
many direct observations of predation (Warkentin 1995,
2000b). Wasps, Polybia rejecta, take one embryo at a time
repeatedly during the day, and leave broken egg capsules,
smeared yolk, and injured embryos and hatchlings. Snakes
take both embryos and jelly, consuming entire clutches or
large portions thereof, but do not damage eggs that they
leave. The most common egg-eating snake, the cat-eyed
snake, Leptodeira septentrionalis, is strictly nocturnal, but
parrot snakes, Leptophis ahaetulla, which are active day
and night, also prey on Agalychnis eggs. White-faced capu-
chin monkeys, Cebus capucinus, consume entire or some-
times partial clutches, sometimes breaking leaves off plants
to do so and leaving teeth marks on clutch remains. Fly lar-
vae are visible in and on the egg clutches (Villa 1980; Villa
and Townsend 1983).

Egg predation experiments

Hatchling counts from clutches attacked by snakes in the
field underestimate escape rate because snakes often dis-
place clutches from their position over the cups, allowing
hatchlings to fall directly into the pond. Thus, we experi-
mentally exposed clutches of both species (16 A. spurrelli
and 49 A. callidryas) to snake attacks to assess embryo
responses (as in Warkentin 1995). We used cat-eyed
snakes, L. septentrionalis, which were by far the most com-
mon Agalychnis egg predator at the pond. We caught
snakes at night at the pond and kept them individually in
mesh cages in the forest. We exposed hatching-competent
clutches of both species (ages 5-8 days and 4-5 days for A.
callidryas and A. spurrelli, respectively) to snakes in their
cages, with individual water containers placed below the
clutches to collect hatchlings. The snakes are arboreal and

do not feed on tadpoles in the water. Escape hatching suc-
cess was calculated as the fraction of eggs present at the
start of an attack that hatched during the attack. We
checked clutches and snakes frequently during the night
(every 15 min to 1 h while snakes were active) so that any
eggs that hatched spontaneously prior to contact with the
snake could be excluded from escape success calculations.
We used a dim flashlight and approached cages cautiously
to minimize disturbance to snakes. In most snake attacks all
eggs either hatched or were eaten, so escape hatching suc-
cess and survival were the same. In four A. spurrelli trials,
the snake left one or a few unhatched eggs; these hatched
much later and are not included in the number hatched dur-
ing the attack. Trials with A. callidryas were run in 1992
and 1993 using seven individual L. septentrionalis. A sub-
set of trials at age 5 and 6 days in 1992 were run concur-
rently with snake-free controls and reported in Warkentin
(1995). Trials with A. spurrelli were run in 1993-1995
using six L. septentrionalis. Individual snakes were used in
experiments with multiple egg clutches, offered individu-
ally on different nights, and on some nights multiple preda-
tion trials were run concurrently with different snakes. In
1993 the same individual snakes were used, on different
nights, with egg clutches of both frog species. In the field
snakes can consume several clutches in a single night, and
return on multiple sequential nights to forage on eggs
(K. M. W., unpublished data).

Embryo response to flooding

To test whether submergence induces hatching in A. spurrelli
we conducted flooding experiments in 2004 at EARTH
University using 15 clutches collected from a pond near
Guayacan, Limén, Costa Rica. The developmental stage
and age at hatching competence, and the modal age of
spontaneous hatching in this population are the same as that
in Sirena (I. G.-M. and K. M. W., unpublished data). We
randomly assigned ten clutches to flooding and five to
control treatments (clutch size 45.8 + 4.1, mean & SE).
Clutches were hung in 250-ml plastic cups and tested in the
morning at age 4 days. Experimental clutches were com-
pletely submerged by pouring pond water into their cups.
We poured the same volume of pond water into control
cups but drain holes prevented flooding of the clutches
(Warkentin 2002). We counted the number of embryos
hatched every 5 min for 1 h.

Hatchling predation experiments
To test if premature hatching of A. spurrelli increases
hatchling vulnerability to an aquatic predator, we carried

out 24-h predation trials with a poeciliid fish, Poecilia gillii,
and newly hatched tadpoles of different ages. This experiment
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was run in 2004 at La Selva Biological Station, Costa Rica,
using egg clutches collected from Guayacdn, as above. P.
gilli is the most common freshwater fish in Costa Rica
(Bussing 2002) and co-occurs with tadpoles of A. spurrelli.
Trials used ten hatchlings of the same age exposed to a sin-
gle fish, in round plastic containers with 3.251 of pond
water and leaf litter to half the water depth (16 cm), and
were replicated 6 times each for animals hatched at embry-
onic ages 4 and 5 days. Individual fish were starved for
48 h prior to the trials to standardize hunger. Embryos were
mechanically induced to hatch in the evening, when there is
a natural diel peak in hatching (K. M. W. and I. G.-M,,
unpublished data), and placed immediately into containers
with fish. Survivors were counted after 24 h. All hatchlings
were in Gosner stage 23, with the operculum developed and
bilateral external gills (Gosner 1960).

Statistical analyses

All analyses were carried out in SAS version 8.00 (SAS
Institute, Cary, N.C.). We tested for differences in the
hatching patterns of undisturbed clutches in the field using
a log-likelihood ratio test. The overall proportion of moni-
tored clutches predated in the field, escape hatching success
in snake predation experiments, and proportion of hatch-
lings surviving fish predation were all analysed using gen-
eralized linear models with an underlying binomial
distribution and a logit link function in PROC GENMOD.

A. spurrelli bred on a subset of the nights when A. cal-
lidryas bred, so that only a subset of A. callidryas clutches
overlapped temporally with A. spurrelli clutches. Temporal
variation in predator activity might therefore confound spe-
cies effects on the overall incidence of egg predation.
Therefore to assess predator selectivity or bias we also
tested if the proportion of clutches predated by the most
common predator, snakes, differed between A. callidryas
and A. spurrelli on the subset of nights when clutches of
both species were present. Cat-eyed snakes are strictly noc-
turnal predators. We thus considered each night an indepen-
dent opportunity for the snakes to consume a subset of the
clutches present at the pond. We performed a log-linear
analysis of the number of clutches of each species that were
predated and undisturbed on each of 16 nights when both
were present. Model parameters were estimated through
maximum likelihood using PROC CATMOD, assuming an
underlying Poisson distribution.

We tested for effects of embryo development on escape
success in snake attacks using generalized linear models.
Because some experiments with A. callidryas and A. spurrelli
were done in different years, we first tested for age and year
effects within each species separately. In both cases year
effects were non-significant (both P > 0.39). We therefore
pooled across years and used a single model to test for
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effects of species, developmental stage (days relative to the
peak of spontaneous hatching), and species by stage inter-
action. Also, because development is faster in A. spurrelli
than A. callidryas, neither chronological age nor the abso-
lute difference from modal hatching age are strictly compa-
rable. We therefore specified two contrasts between
species: (1) at the peak of spontaneous hatching (modal
hatching age), and (2) early in the period of hatching com-
petence, 1 day before modal hatching for A. spurrelli versus
2 days before for A. callidryas.

The hatching response of A. spurrelli to underwater sub-
mergence was tested against its unflooded controls by
fitting a Cox regression model using PROC PHREG. The
effects of hatching age on the proportion of hatchlings
surviving in the fish predation experiments was analysed
with a generalized linear model, including fish size as a
covariate.

Results
Field survey

Clutch fates and hatching success for the 338 A. callidryas
and 30 A. spurrelli clutches monitored are summarized in
Table 1. Clutch sizes ranged from 12 to 231 eggs (mean
76.8 = 64.5 SD) for A. spurrelli and from ten to 101 eggs
for A. callidryas (40.5 £ 15.5). Half of the clutches of each
species were neither disturbed by predators nor flooded.
Their spontaneous hatching patterns are presented in Fig. 1.
Eggs were laid at night, A. callidryas mostly from 2200-
0200 hours, and A. spurrelli later, often near dawn
(K. M. W, personal observation). A. spurrelli began hatch-
ing spontaneously during the fourth night after oviposition,
i.e. at embryonic age 3 days or just barely 4 days. Their
peak of spontaneous hatching was during the night they
were age 5—6 days, and clutches were completely hatched
the following night. A. callidryas started hatching during
the fifth night after oviposition (age 4-5 days), with a grad-
ual increase in the proportion of eggs hatched each night
until the peak of spontaneous hatching on the eighth night
(age 7-8 days). Spontaneous hatching in A. spurrelli began
earlier than in A. callidryas (n,,=16, n,,=171 Mann—
Whitney U =573.5, P <0.0001), and also peaked earlier
(nyg= 16, n,. =171 Mann—Whitney U =705.5, P <0.001)
and more strongly than in A. callidryas (A. spurrelli kurto-
sis, G, =9.42; A. callidryas, G, = 3.29), resulting in differ-
ent distribution shapes (Fig. 1).

Development was also faster in A. spurrelli than in A.
callidryas. In the afternoon at age 2 days, A. callidryas
embryos were in the tail bud stage (stage 17; Gosner 1960),
while A. spurrelli already had a heartbeat and external gills
(Gosner stage 19). Embryos of both species became hatching
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Table 1 Fates of egg clutches of Agalychnis callidryas (n = 338) and Agalychnis spurrelli (n = 30) monitored from soon after oviposition until
hatching at a pond in Corcovado National Park, Costa Rica, during June-July 1993 and June-July 1994

A. callidryas A. spurrelli
Fate Proportion of clutches? Hatching success® Proportion of clutches® Hatching success”
Undisturbed 0.506 (171) 0.944 +£0.017 0.533 (16) 0.968 £ 0.059
Snake predation® 0.426 (144) 0.277 £0.019 0.400 (12) 0.208 £ 0.083
Young clutches (103) 0.181 £ 0.026 (6) 0.177 £ 0.085
Hatchable clutches 41) 0.504 £+ 0.037 (6) 0.255 £ 0.126
Monkey predation 0.027 (9) 0.037 £ 0.075¢ - -
Fly larvae 0.015 (5) 0.736 &+ 0.101 - -
Flooded 0.012 (4) 0.259 +0.123° 0.067 (2) 0.206 + 0.206°
Wasps 0.009 (3) 0.315 £ 0.131 - -
Ants 0.006 (2) 0.868 £ 0.160 - -

# Data shown are proportion (number) of clutches affected by each fate
® Hatching success is mean proportion hatched, out of initial clutch size, across affected clutches + SE

¢ Total hatching success of snake-predated clutches (both young clutches attacked before hatching competence and older hatching-competent
clutches) includes eggs left by the snake that hatched later, tadpoles that hatched before the snake attacked, and tadpoles hatched during attacks
that fell into the hatchling-catching cup. The last category is an underestimate, as some tadpoles fall out of the cup when attacking snakes displace
leaves. Clutches of A. callidryas > 5 days old and those of A. spurrelli > 4 days old were considered hatching competent

4 These survivors had hatched before the monkey attacked their clutch

¢ Fates of flooded clutches vary with developmental stage. Submergence is lethal before hatching competence (Gosner stage 23), but non-lethal
later in development. Some submerged eggs may have been eaten by aquatic predators, but we assume here that normally developed, hatching-

competent eggs hatched after flooding

competent in Gosner stage 23 (Gosner 1960), the last stage
with bilateral external gills, but A. spurrelli reached this
stage a day earlier than A. callidryas. Like A. callidryas
(Warkentin 2000b, 2002), A. spurrelli embryos retained
external gills and remained in stage 23 until they hatched,
although other structures continued developing. Also like
A. callidryas, their gills regressed rapidly after hatching
(I. G.-M. and K. M. W, personal observation).

The overall proportion of predated clutches was high for
both species, and not significantly different (0.40 and 0.48 for
A. spurrelli and A. callidryas, respectively; X213360= 0.09,
P =0.76). Most predation was by snakes, mainly Leptodeira
septentrionalis (K. M. W., personal observation), but we also
observed Leptophis ahaetulla and Imantodes inornatus feed-
ing on clutches. A few A. callidryas clutches were also eaten
by white-faced capuchin monkeys (C. capucinus), preyed on
by wasps (P. rejecta) or ponerine ants, and infested by fly
larvae after partial dehydration. A few clutches of both spe-
cies were submerged by rising pond water, some before
hatching competence, which is lethal (Pyburn 1970) and
some after, which is not (Warkentin 2002). The proportion of
concurrently present clutches that was predated by snakes
per night was also not significantly different between A. cal-
lidryas and A. spurrelli (species x predation interaction
term in a log-linear model, X’=1.18,P= 0.28). Snakes did
not always completely consume clutches, so that even for
young clutches mortality was not 100% in snake attacks.
However, the survival of clutches attacked before hatching

competence did not differ between A. callidryas and A.
spurrelli (ley107 =0.38, P=0.535; average survival & SE,
0.181 £ 0.026, n = 103, 0.177 & 0.085, n = 6, respectively).

Egg-predation experiments

Escape success increased with development in both species
(A. callidryas, X§,44 =125.22, P<0.0001; A. spurrelli,
Xlzylz =12.56, P = 0.0004; Fig. 2). The hatching response of
embryos to snake attacks was higher overall for A. callidryas
than it was for A. spurrelli (X 5o =234.5, P <0.0001). This
result does not change if we restrict the analysis just to the
1993 data, when both species were tested using the same
individual snakes (ley21 =62.71, P <0.0001). There was also
a significant species by stage interaction; escape success
increased more between 1 day premature and the modal
hatching age for A. spurrelli than it did for A. callidryas
(Xlz,jg =15.50, P <0.0001; Fig. 2). Escape success differed
between the species both near the onset of hatching compe-
tence (A. callidryas, 26% premature, 59 + 3% hatched; A.
spurrelli, 17% premature, 9 + 4% hatched; Xfﬂ =67.08,
P <0.0001) and at the modal hatching age (80 =3.5 vs.
28 &£ 4% hatched; X21'19= 72.64, P <0.0001). The low escape
success in A. spurrelli held even in clutches that had already
begun hatching spontaneously. For instance in one clutch
attacked at the modal hatching age over half of the eggs had
hatched spontaneously prior to snake contact, and yet only
28% of the remaining embryos hatched when attacked.
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0.5q (a) A. spurrelli

0.51 (b) A. callidryas

Spontaneous hatching (proportion hatched eggs)

4 5 6 7 8 9
Age (days)

Fig. 1 Spontaneous hatching of undisturbed a Agalychnis spurrelli
(n=16) and b Agalychnis callidryas (n =171) clutches monitored at
Sirena Field Station in Corcovado National Park, Costa Rica, during
June—July 1993 and June—July 1994. Data are mean (+SE) proportion
hatched at each age out of initial number of eggs in each clutch. Dark
bars indicate hatching at night, light bars indicate hatching during the
day. Eggs are laid at night, therefore age (days) increments during the
period between evening and morning egg checks. No eggs hatched
before the night they turned 4 days old

Embryo response to flooding

A higher proportion of embryos hatched within the 1-h
observation period in flooded A. spurrelli clutches than in
control clutches (57 £7 vs. 2+ 1%, respectively,
mean + SE; X%,B =37.09, P<0.0001; Fig.3). These
flooded clutches were tested, and hatched, 26% prema-
turely, compared with the modal hatching age.

Hatchling predation experiment

Younger A. spurrelli hatchlings were more vulnerable than
older hatchlings to fish predation (X%,g =23.08, P <0.0001;
Fig. 4).

Discussion

A. callidryas and A. spurrelli embryos differ markedly in

their hatching response to snake attacks. Effective snake-
induced escape hatching has been demonstrated previously
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Escape hatching success (proportion hatched eggs)

Fig. 2 Escape hatching success of a A. spurrelli and b A. callidryas in
attacks by cat-eyed snakes, Leptodeira septentrionalis, at different ages
relative to the modal hatching age (0) for each species. Data are mean
proportion hatched (+SE) of eggs present at the start of the attack; sam-
ple size at each age is indicated. Modal hatching ages were 5 and
7 days, respectively, for A. spurrelli and A. callidryas

in A. callidryas (Warkentin 1995). Here we show that the
escape rate is age-specific, improving as embryos approach
the peak of spontaneous hatching. However, even in attacks
2 days before the peak of spontaneous hatching (26% pre-
mature) the escape success of embryos was ~60%. This
escape ability is not shared by A. spurrelli. Even at the age
of peak spontaneous hatching only 28% of embryos
hatched during snake attacks, and consequently most were
eaten. Embryos of A. callidryas respond rapidly to snake
attack, performing vigorous hatching movements to exit the
egg. This behavioural response occurs within seconds to a
few minutes, and can also be elicited by playbacks of vibra-
tions recorded from clutches in snake attacks (Warkentin
1995, 2005; Warkentin et al. 2007). In contrast, A. spurrelli
embryos in attacked clutches remain largely motionless,
even in eggs close to the snake’s mouth (I. G.-M. and
K. M. W., personal observation from videotapes). Thus the
escape hatching response to snakes has clearly changed in
the lineage leading to A. callidryas and/or A. spurrelli since
their last common ancestor.
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Fig. 3 Hatching pattern of egg clutches of A. spurrelli (As, diamonds)
and A. callidryas (Ac, squares) submerged in pond water at age 4 and
5 days, respectively (filled symbols), and simultaneously monitored
unflooded controls (open symbols). Data are mean (+SE) cumulative
proportion hatched. Samples sizes are ten and five clutches for sub-
merged and control A. spurrelli and seven clutches each for submerged
and control A. callidryas. Data for A. callidryas are redrawn from War-
kentin (2002)
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Fig. 4 a Survivorship of A. spurrelli hatchlings over 24 h with a poe-
ciliid fish predator, Poecilia gillii, at different ages relative to the modal
hatching age (0). b Survivorship of A. callidryas hatchlings with the
poeciliid Brachyraphis rhabdophora, redrawn from Warkentin (1995)
for comparison. Modal hatching ages were 5 and 7 days, respectively,
for A. spurrelli and A. callidryas. Data are mean (+SE) proportion sur-
viving; sample sizes are indicated

Given a similar risk trade-off across hatching and a high
level of egg predation the optimal fixed hatching stage, for
a species lacking plasticity, will be earlier than the optimal
spontaneous (uninduced) hatching age for a species with
adaptively plastic hatching. We observed such a difference
in the spontaneous hatching pattern of A. spurrelli com-
pared with A. callidryas. Hatching in A. spurrelli is more
synchronous, and the modal hatching age is 2 days (25%)
earlier. This earlier hatching is achieved by an acceleration
of development; based on external morphological criteria,
the two species hatch at the same developmental stage
(Gosner 1960).

One hypothesis that could explain the difference in
hatching plasticity between these syntopic, closely related
species is that natural selection favours plasticity in one
species and not in the other. Plasticity in life history switch
points is favoured when there is a trade-off of stage-specific
risks or opportunities, and environmental variation in one
or both stages (Werner 1986; Werner 1988). Although they
breed at the same ponds, differences in oviposition site
choice or the temporal pattern of breeding activity could
result in different predation pressures on eggs. If A. spurrelli
experience little egg predation, there would be little selec-
tion for escape hatching behaviour in predator attacks.
Our field monitoring of clutch fates does not support this
hypothesis. Despite their different development rates, and
thus duration of exposure to egg predators, clutches of A.
callidryas and A. spurrelli experienced very similar preda-
tion pressures (Table 1). Snakes were the main egg preda-
tors for both species, attacking ~40% of the clutches in
both cases. Moreover, we found no evidence that snakes
discriminate between A. callidryas and A. spurrelli clutches
when they have a choice. Nonetheless, snakes sometimes
leave uneaten eggs. If this is more likely for A. spurrelli it
could reduce selection imposed by snakes, compared with
that on A. callidryas. However, we found no difference in
survival rates between A. callidryas and A. spurrelli
attacked before hatching competence, suggesting that no
such amelioration occurs. It therefore seems that A. spurrelli
embryos would also benefit from an effective response to
snakes.

If there were no trade-off of risks across hatching, so that
hatching early entailed no post-hatching survival cost, then
egg-stage risks would select for consistently earlier hatch-
ing, not for hatching plasticity. A larval-stage predation
cost of early hatching could occur in two ways. Hatching
earlier may require spending more time with aquatic preda-
tors before metamorphosis. This time-based increment of
risk may, however, be small for species with a long larval
period, such as these two Agalychnis (2-3 months, Warken-
tin 1999b; Kubicki 2004; Vonesh and Warkentin 2006). A
stronger cost occurs if embryonic development alters the
ability of hatchlings to avoid or evade aquatic predators, as
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occurs for A. callidryas with fish and several invertebrate
predators (Warkentin 1995, 1999a). Our fish predation
experiment tested for and found such a cost in A. spurrelli,
suggesting that selection by aquatic predators would favour
later hatching.

Both requirements for the conditions that favour switch
point plasticity are met for hatching in A. spurrelli. There is
a risk trade-off across hatching (egg vs. tadpole predators),
and there is environmental variation (snakes attack only
some clutches). Moreover these conditions appear very
similar to those for A. callidryas, which shows highly plas-
tic, risk-sensitive hatching timing and a much stronger
response to snake attack (Warkentin 1995, 2000b, 2002;
Warkentin et al. 2001). Thus the low responsiveness of A.
spurrelli embryos to egg-eating snakes appears nonadap-
tive, and potentially maladaptive. Embryos eaten by snakes
will never reproduce whereas if those embryos, instead,
hatched prematurely they would have at least a chance of
surviving to reproduce.

The A. spurrelli lineage either diverged from that of A.
callidryas before the strong hatching response to snakes
evolved, or else its responsiveness to snakes has weakened.
Fully resolving this will require a more complete phylog-
eny of the genus Agalychnis than is currently available
(Faivovich et al. 2005; Wiens et al. 2005), as well as infor-
mation about the hatching plasticity of its other members.
However, current information can narrow the range of pos-
sible explanations for the divergence in hatching responses.
Although the response of A. spurrelli embryos to snake
attack is weak, particularly compared to that of A. callidryas
embryos, it is not completely absent; 9% hatch in attacks
1 day (17%) before the peak of spontaneous hatching,
and 28% hatch in attacks at the modal hatching age. The
fact that they show any response at all suggests that there
might be variation in the response on which selection
could act. A simple lack of genetic variation for hatching
traits is possible, but it seems unlikely, suggesting that there
might be another constraint on the evolution of escape
hatching.

A. callidryas hatch prematurely in response to several
egg-stage risks: snake and wasp attack, fungal infection,
and flooding (Warkentin 1995, 2000b, 2002; Warkentin
et al. 2001). The responses of A. spurrelli embryos to wasps
and fungus are unknown but their hatching response to
flooding at age 4 days, 26% prematurely, is over sixfold
stronger than their response to snakes ~12 h later, at 17%
premature. This difference suggests two possibilities. First,
perhaps A. spurrelli embryos have a slower escape response
than A. callidryas, and the higher hatching success in flood-
ing versus snake attacks reflects the fact that slow-hatching
eggs are eaten by snakes. Videotapes of snakes eating A.
spurrelli clutches suggest otherwise: the few embryos that
performed hatching movements escaped within seconds,
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while snakes took as long as 55 min to finish eating a clutch
(I. G.-M. and K. M. W., unpublished data). Direct observa-
tions of hatching in submerged clutches corroborate that
hatching is a rapid behavioural process in A. spurrelli, once
initiated. Second, perhaps the difference in hatching
response to snakes and flooding is due to the different cues
available from these two risks.

A. callidryas embryos use specific vibrational cues in
snake attacks to assess danger, and distinguish between
vibrations from snakes and those from benign disturbances
(Warkentin 2005; Warkentin et al. 2006b, 2007). Snakes
cause vibrations in egg masses by physically deforming the
clutch as they feed. Viscoelastic models predict increased
stretching both as the thickness of an object increases
and as the material flexibility increases (Snowdon 1968).
Thus if snakes apply similar forces to A. callidryas and
A. spurrelli clutches, the thinner, stiffer A. spurrelli clutches
are expected to deform less. Indeed, we have seen much
larger, more obvious deformations of clutches in videotapes
of attacks on A. callidryas, compared with A. spurrelli
(I. G.-M. and K. M. W., unpublished data). A smaller
deformation of the clutch translates into a lower amplitude
vibration, and thus reduced stimulus to the A. spurrelli
embryos, compared with A. callidryas. The weaker hatching
response of A. spurrelli embryos in snake attacks could
therefore be due to a biomechanical constraint on vibrational
information. Flooding-induced hatching, in contrast, is likely
cued by oxygen stress (Petranka etal. 1982; Warkentin
2002). In both A. callidryas and A. spurrelli all hatchable
eggs have part of their egg capsule exposed (Warkentin
etal. 2005; K. M. W. and I. G.-M., personal observation),
so the effects of flooding on gas exchange across the
capsule are likely similar. Indeed, the somewhat lower
response of A. spurrelli embryos to flooding (Fig. 3),
compared with A. callidryas (Warkentin 2002), might have
been due to different, unmeasured, levels of oxygen in the
pond water in the two experiments.

If the limited hatching response to snakes in A. spurrelli
is mechanistically explained by constraints on risk cues
imposed by clutch structure, then understanding the
evolution of hatching plasticity will also require under-
standing other factors that may drive the evolution of
clutch structure. Agalychnis saltator has a similar clutch
structure to A. spurrelli, while Agalychnis annae and
Agalychnis moreletti have clutches similar to A. callidryas;
the responses of these species to egg-eating snakes could
therefore be informative. It is also possible that the
weak hatching response of A. spurrelli to snakes evolved
or is maintained due to a correlation with some other,
unknown trait that is favoured by selection. If so, such a
trait must confer a benefit greater than the selective cost
incurred when hatching-competent embryos are eaten by
snakes.
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Two-species comparisons cannot tell us how plasticity,
or any other traits, have evolved (Garland and Adolph
1994; Doughty 1996). However, comparisons of two
closely related species can tell us if plasticity has evolved.
Such studies can thus focus attention on taxa that merit
further study to elucidate evolutionary patterns. More-
over, ecologically and mechanistically contextualized
studies of plasticity narrow the range of hypotheses that
are plausible explanations for evolutionary changes.
Without data on both environmental variation and trade-
offs between stage-specific risks or opportunities, we can-
not interpret a lack of switch point plasticity in response
to a single stage-specific factor to be maladaptive, nor can
we assume plasticity per se to be adaptive, although
induced traits may be. Likewise, without a mechanistic
understanding of cues and response pathways, we cannot
identify what constrains the evolution of plasticity that is
favoured by selection.

Acknowledgements We thank the staff of Sirena Biological Station,
particularly P. Valverde, for logistical support in Corcovado, and U.
Tigges for help monitoring egg clutches. We thank EARTH University
and La Selva Biological Station for logistical support and B. Kubicki,
M. Solano, and J. Pinto for assistance in Limén. We thank G. Rosen-
thal for comments on the manuscript, and J. G. McDaniel for conver-
sations about biomechanics. This research was conducted under
permits from the Ministerio del Ambiente y Energia, Costa Rica, and
funded by the National Science Foundation (IBN-0234439 and DEB-
9311196), National Geographic Society (7541-03), Ministerio de
Educacién Cultura y Deporte, Spain (no. EX2002-0640) and Boston
University. Laboratory facilities in Sirena were made possible by an
NSF grant to L. E. Gilbert.

References

Blaustein L (1997) Non-consumptive effects of larval Salamandra on
crustacean prey: can eggs detect predators? Oecologia 110:212-217

Bussing WA (2002) Freshwater fishes of Costa Rica, 2nd edn. Univer-
sity of Costa Rica Press, San Jose

Chivers DP, Kiesecker JM, Marco A, DeVito J, Anderson MT, Blau-
stein AR (2001) Predator-induced life-history changes in amphib-
ians: egg predation induces hatching. Oikos 92:135-142

DeWitt TJ, Scheiner SM (2004) Phenotypic plasticity: functional and
conceptual approaches. Oxford University Press, Oxford

Doughty P (1995) Testing the ecological correlates of phenotypically
plastic traits within a phylogenetic framework. Acta Oecol
16:519-524

Doughty P (1996) Statistical analysis of natural experiments in evolu-
tionary biology: comments on recent criticisms of the use of com-
parative methods to study adaptation. Am Nat 148:943-956

Dudley SA (1996) Differing selection on plant physiological traits in
response to environmental water availability: a test pf of adaptive
hypotheses. Evolution 50:92-102

Duellman WE (2001) The hylid frogs of Middle America. Society for
the Study of Amphibians and Reptiles, St. Louis, Mo.

Faivovich J, Haddad CFB, Garcia PCA, Frost DR, Campbell JA,
Wheeler WC (2005) Systematic review of the frog family Hyli-
dae, with special reference to Hylinae: phylogenetic analysis and
taxonomic revision. Bull Am Mus Nat Hist 294:1-220

Fuiman LA, Magurran AE (1994) Development of predator defences
in fishes. Rev Fish Biol Fish 4:145-183

Garland TJ, Adolph SC (1994) Why not to do two-species comparative
studies: limitations on inferring adaptation. Physiol Zool 67:797—
828

Gomez-Mestre I, Touchon JC, Warkentin KM (2006) Amphibian em-
bryo and parental defenses and a larval predator reduce egg mor-
tality from water mold. Ecology 87:2570-2581

Gosner KL (1960) A simplified table for staging anuran embryos and
larvae with notes on identification. Herpetologica 16:183—-190

Gotthard K, Nylin S (1995) Adaptive plasticity and plasticity as an
adaptation: a selective review of plasticity in animal morphology
and life history. Oikos 74:3-17

Hayes MP (1983) A technique for partitioning hatching and mortality
estimates in leaf-breeding frogs. Herpetol Rev 14:115-116

Johnson JB, Saenz D, Adams CK, Conner RN (2003) The influence of
predator threat on the timing of a life-history switch point: preda-
tor-induced hatching in the southern leopard frog (Rana spheno-
cephala). Can J Zool 81:1608-1613

Kubicki B (2004) Leaf frogs of Costa Rica. INBio, San Jose, Costa
Rica

Kusch RC, Chivers DP (2004) The effects of crayfish predation on phe-
notypic and life-history variation in fathead minnows. Can J Zool
82:917-921

Laurila A, Crochet P-A, Merild J (2001) Predation-induced effects on
hatchling morphology in the common frog (Rana temporaria).
Can J Zool 79:926-930

Laurila A, Pakkasmaa S, Crochet P-A, Merild J (2002) Predator-
induced plasticity in early life history and morphology in two
anuran amphibians. Oecologia 132:524-530

Leips J, Travis J (1994) Metamorphic responses to changing food
levels in two species of hylid frogs. Ecology 75:1345-1356

Li D (2002) Hatching responses of subsocial spitting spiders to preda-
tion risk. Proc R Soc Lond B 269:2155-2161

Moore RD, Newton B, Sih A (1996) Delayed hatching as a response
of streamside salamander eggs to chemical cues from predatory
sunfish. Oikos 77:331-335

Moreira PL, Barata M (2005) Egg mortality and early embryo hatching
caused by fungal infection of Iberian rock lizard (Lacerta monti-
cola) clutches. Herpetol J 15:265-272

Orizaola G, Brafia F (2004) Hatching responses of four newt species to
predatory fish chemical cues. Ann Zool Fenn 41:635-645

Petranka JW, Just JJ, Crawford EC (1982) Hatching of amphibian
embryos: the physiological trigger. Science 217:257-259

Pyburn WF (1963) Observations on the life history of the treefrog,
Phyllomedusa callidryas (Cope). Texas J Sci 15:155-170

Pyburn WF (1970) Breeding behavior of the leaf-frogs Phyllomedusa
callidryas and Phyllomedusa dacnicolor in Mexico. Copeia
1970:209-218

Reader RJ, Jalili A, Grime JP, Spencer RE, Matthews N (1992) A com-
parative study of plasticity in seedling rooting depth in drying
soil. J Ecol 81:543-550

Relyea RA (2001) Morphological and behavioral plasticity of larval
anurans in response to different predators. Ecology 82:523-540

Saenz D, Johnson JB, Adams CK, Dayton GH (2003) Accelerated
hatching of southern leopard frog (Rana sphenocephala) eggs in
response to the presence of a crayfish (Procambarus nigrocinc-
tus) predator. Copeia 2003:646-649

Savage JM (2002) The amphibians and reptiles of Costa Rica. Univer-
sity of Chicago Press, Chicago, Ill.

Schalk G, Forbes MR, Weatherhead PJ (2002) Developmental plastic-
ity and growth rates of green frog (Rana clamitans) embryos and
tadpoles in relation to a leech (Macrobdella decora) predator.
Copeia 2002:445-449

Schlichting CD (1986) The evolution of phenotypic plasticity in plants.
Annu Rev Ecol Syst 17:667-693

@ Springer



206

Oecologia (2007) 153:197-206

Shine R (1978) Propagule size and parental care: the safe harbour
hypothesis. J Theor Biol 75:417-424

Sih A, Moore RD (1993) Delayed hatching of salamander eggs in
response to enhanced larval predation risk. Am Nat 142:947-960

Snowdon JC (1968) Vibration and shock in damped mechanical
systems. Wiley, New York

Touchon JC, Gomez-Mestre I, Warkentin KM (2006) Hatching plas-
ticity in two temperate anurans: responses to a pathogen and pre-
dation cues. Can J Zool 84:556-563

Van Buskirk J (2002) A comparative test of the adaptive plasticity
hypothesis: relationships between habitat and phenotype in anu-
ran larvae. Am Nat 160:87-102

Via S, Gomulkiewicz R, De Jong G, Scheiner SM, Schlichting CD,
Van Tienderen PH (1995) Adaptive phenotypic plasticity: con-
sensus and controversy. Trends Ecol Evol 10:212-217

Villa J (1980) “Frogflies” from Central and South America with notes
on other organisms of the amphibian egg microhabitat. Brenesia
17:49-68

Villa J, Townsend DS (1983) Viable frog eggs eaten by phorid fly
larvae. J Herpetol 17:278-281

Vonesh JR (2000) Dipteran predation on the eggs of four Hyperolius
frog species in western Uganda. Copeia 2000:560-566

Vonesh JR (2005) Egg predation and predator-induced hatching plas-
ticity in the African reed frog, Hyperolius spinigularis. Oikos
110:241-252

Vonesh JR, Warkentin KM (2006) Opposite shifts in size at metamor-
phosis in response to larval and metamorph predators. Ecology
87:563-569

Warkentin KM (1995) Adaptive plasticity in hatching age: a response
to predation risk trade-offs. Proc Natl Acad Sci USA 92:3507-
3510

Warkentin KM (1999a) The development of behavioral defenses: a
mechanistic analysis of vulnerability in red-eyed tree frog hatch-
lings. Behav Ecol 10:251-262

Warkentin KM (1999b) Effects of hatching age on development and
hatchling morphology in the red-eyed treefrog, Agalychnis
callidryas. Biol J Linn Soc 68:443-470

Warkentin KM (2000a) Environmental and developmental effects on
external gill loss in the red-eyed treefrog, Agalychnis callidryas.
Physiol Biochem Zool 73:557-565

Warkentin KM (2000b) Wasp predation and wasp-induced hatching of
red-eyed treefrog eggs. Anim Behav 60:503-510

@ Springer

Warkentin KM (2002) Hatching timing, oxygen availability, and exter-
nal gill regression in the treefrog, Agalychnis callidryas. Physiol
Biochem Zool 75:155-164

Warkentin KM (2005) How do embryos assess risk? Vibrational cues
in predator-induced hatching of red-eyed treefrogs. Anim Behav
70:59-71

Warkentin KM, Currie CC, Rehner SA (2001) Egg-killing fungus in-
duces early hatching of red-eyed treefrog eggs. Ecology 82:2860-
2869

Warkentin KM, Gomez-Mestre I, McDaniel JG (2005) Development,
surface exposure, and embryo behavior affect oxygen levels in
eggs of the red-eyed treefrog, Agalychnis callidryas. Physiol
Biochem Zool 78:956-966

Warkentin KM, Buckley CR, Metcalf KA (2006a) Development of
red-eyed treefrog eggs affects efficiency and choices of egg-forag-
ing wasps. Anim Behav 71:417-425

Warkentin KM, Caldwell MS, McDaniel JG (2006b) Temporal pattern
cues in vibrational risk assessment by red-eyed treefrog embryos,
Agalychnis callidryas. J Exp Biol 209:1376-1384

Warkentin KM, Caldwell MS, Siok TD, D’ Amato AT, McDaniel JG
(2007) Flexible information sampling in vibrational assessment
of predation risk by red-eyed treefrog embryos. J Exp Biol
210:614-619

Wedekind C (2002) Induced hatching to avoid infectious egg disease
in whitefish. Curr Biol 12:69-71

Werner EE (1986) Amphibian metamorphosis: growth rate, predation
risk, and the optimal size at transformation. Am Nat 128:319-341

Werner EE (1988) Size, scaling, and the evolution of complex life cy-
cles. In: Ebenman B, Persson L (eds) Size-structured populations.
Springer, Berlin Heidelberg New York, pp 60-81

Werner EE, Gilliam JF (1984) The ontogenetic niche and species inter-
actions in size structured populations. Annu Rev Ecol Syst
15:393-425

West-Eberhard MJ (1989) Phenotypic plasticity and the origins of
diversity. Annu Rev Ecol Syst 20:249-278

Wiens JJ, Fetzner JW Jr, Parkinson CL, Reeder TW (2005) Hylid frog
phylogeny and sampling strategies for speciose clades. Syst Biol
54:719-748

Wiens JJ, Graham CH, Moen DS, Smith SA, Reeder TW (2006) Evo-
lutionary and ecological causes of the latitudinal diversity gradi-
ent in hylid frogs: treefrog trees unearth the roots of high tropical
diversity. Am Nat 168:579-596



	To hatch and hatch not: similar selective trade-oVs but diVerent responses to egg predators in two closely related, syntopic treefrogs
	Abstract
	Introduction
	Materials and methods
	Study species
	Field survey
	Egg predation experiments
	Embryo response to Xooding
	Hatchling predation experiments
	Statistical analyses

	Results
	Field survey
	Egg-predation experiments
	Embryo response to Xooding
	Hatchling predation experiment

	Discussion
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /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 <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


