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ABSTRACT
Phenotypic plasticity is central to an organism’s ability to adapt to variable
environmental conditions. For aquatic organisms, exposure to elevated salt levels
poses a challenge and organisms may fail to tolerate or survive much higher levels
short-term. Here we demonstrate, for the first time, in a laboratory study of Daphnia
magna that exposure to levels of salinity higher than those previously shown to lead
to apparent death (paralysis) can be reversed following a transfer to optimal
conditions. We established experimental populations from one clone of D. magna,
each with five replicates, that were exposed to different short periods of three
different lethal levels of salinity (12.27 PSU [45, 60, 90 and 120 min], 18.24 PSU [45,
60 and 90 min] and 24.22 PSU [45, 60 and 90 min]). In all populations, all individuals
were paralysed at the end of their exposure, usually classified in the literature as dead.
Subsequently, all individuals were transferred to optimal conditions. However,
after the transfer, a proportion of the individuals not only came back from the verge
of death (i.e. were revitalised), but also showed afterwards differential reproductive
success over a period of 20 days, depending on the level and the length of exposure
before revitalisation. Both exposure level and time had an overall negative effect
on population size that differed across all treatments. Revitalisation occurred within
an hour after the transfer to optimal conditions for 18.24 PSU but took 14–16 h for
12.27 PSU. There was no instantaneous revitalisation nor was there any revitalisation
after 16 h no matter how long the paralysed Daphnia individuals were left in the
optimal conditions. Our findings cast new light on resilience in cladocerans and
suggest that abrupt environmental change can reveal novel plastic responses to
extreme conditions.

Subjects Ecology, Zoology, Freshwater Biology, Population Biology
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INTRODUCTION
Salinisation of freshwater ecosystems is a serious global problem as it affects the
composition, abundance and diversity of key zooplankton species (Williams, 2001;
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Schallenberg, Hall & Burns, 2003; Heine-Fuster et al., 2010). Salinity levels may rise in
aquatic ecosystems via natural processes, for example, inverse estuaries, fully and partially
mixed coastal waterways (Webster, Atkinson & Radke, 2015) and anthropogenic routes,
including salt spreading, mining activities, agricultural and industrial processes
(Williams, 2001; Ferguson & Gleeson, 2012; Van Meter & Swan, 2014; Hoover et al., 2017)
including effects of global warming (Cañedo-Argüelles et al., 2013).

Phenotypic plasticity, where a given genotype can produce different phenotypes under
different environmental conditions (West-Eberhard, 2003), may enable organisms to
respond to such changing environments. Most research has focused on either tolerance (an
organism’s ability to withstand continuous exposure to a range of conditions under
increasing stress), or on resilience (an organism’s adaptability to a range of stressful
conditions), (Rodriguez, 2017). However, studies on the potential to recover from what are
assumed to be lethal stress levels, for example, extreme salinity, are rare.

Daphnia magna as a crustacean model organism
A key zooplankton organism to study responses to environmental stressors, including
salinity, has been Daphnia magna because of its importance as a model for biological
monitoring (Chapman, Jackson & Krebs, 1996), in toxicological genomics (Shaw et al.,
2008), ecological restoration (Li et al., 2013) and resurrection ecology (Burge, Edlund &
Frisch, 2017) and for its extreme phenotypic plasticity (Simon et al., 2011). Moreover,
Daphnia has a relatively short life cycle and reproduce parthenogenetically under optimal
conditions (Stollewerk, 2010; Simon et al., 2011).

Daphnia magna is commonly found in fresh water environments but some clones have
even been discovered living in brackish waters (Schuytema, Nebeker & Stutzman, 1997;
Martínez-Jerónimo & Martínez-Jerónimo, 2007). Clones found in fresh water
environments, however, may not lose their ability to adapt, long term, to low-level
increases in salinity. Furthermore, it has been shown that daphinds (e.g. D. magna,
D. longispina and D. pulex) living in habitats of changing quality (e.g. due to rising
temperatures, drought, inundation and prolonged salinity exposure) show an ability to
resist the effects of escalated salinity stress (Pajunen & Pajunen, 2003).

Daphnia and salinity stress
On the one hand, daphnid responses to environmental stressors such as salinity have been
extensively studied in terms of tolerance (Latta et al., 2012; Garreta-Lara et al., 2016).
Previous research has revealed that Daphnia can live and reproduce well under saline
conditions up to ∼3.98 PSU, and may survive and replicate under short-term exposure
to higher salinity levels to a maximum of around 7.46 PSU (Schuytema, Nebeker &
Stutzman, 1997). However, acute exposure has a negative effect on metabolic rate (Chen &
Stillman, 2012) and can impair reproduction (Ghazy et al., 2009); exposure to high levels
of salinity may, as well, lead to immobilisation (paralysis, leading to apparent death;
Latta et al., 2012).

On the other hand, Daphnia are able to produce durable eggs that can survive harsh
conditions and may rest in sediments for long periods to produce viable offspring when the
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opportunity arises again (Li et al., 2013), which has been interpreted as a bet-hedging
strategy against environmental change (Cáceres & Tessier, 2003). Resilience in Daphnia
has also been studied by investigating the thresholds beyond which the organism usually
cannot survive (Gergs et al., 2013). While resilience in Daphnia has mostly focussed on the
dormant egg stage, few studies have thus far investigated resilience in living daphnids.

For freshwater organisms that inhabit coastal habitats, fluctuating and rising salinity
levels present a major challenge because of increased stress, leading to reduced
reproduction and impaired development (Albecker &McCoy, 2017). Although cladocerans
in general, and D. magna in particular, may show tolerance to salinity stress
(Schuytema, Nebeker & Stutzman, 1997; Gökçe & Turhan, 2014), increased salinisation not
only changes the conditions necessary to maintain normal osmotic pressure and life
functions, but can also alter reproductive rates, survivorship rates and population
dynamics (Weider & Hebert, 1987; Lignot, Spanings-Pierrot & Charmantier, 2000;
Ghazy et al., 2009). Further, elevated levels of stress may lead to extinction of the
stressed brackish and freshwater zooplankton from the affected ecosystem as proposed by
Gökçe & Turhan (2014) for two species of cladocerans (Scapholeberis mucronata and
Simocephalus vetulus).

Daphnia magna is considered a euryhaline species (Smolders, Baillieul & Blust, 2005)
and can be found in water containing up to 20% of sea water (Ebert, 2005). It is,
nonetheless, sensitive to drastic changes in osmotic pressure and ionic shifts associated
with elevated salt levels (Buikema, Geiger & Lee, 1980; Arnér & Koivisto, 1993; Gonçalves
et al., 2007).

In our study, we investigated phenotypic plasticity under extreme conditions, and
describe a previously unknown resilience phenomenon in D. magna in response to acute
levels of salinity with different lengths of exposure. The exposed individuals became
paralysed (previously assumed dead) characterised by total absence of movement in the
appendages except a faint heartbeat and irregular twitching of the internal organs.
The paralysed individuals could be revitalised after transfer to a standard optimal medium
within 16 h. After investigating such resilience we then sought to establish, in the
revitalised individuals, the consequences for subsequent reproduction under standard
optimal conditions.

MATERIALS AND METHODS
Study system
A population of genetically identical individuals derived from one clone of D. magna was
used in this study. This enabled us to control for genotype dependent responses that occur
in a genetically variable population and focus our study on salinity level and exposure
length responses for a given genotype (Arnér & Koivisto, 1993). Clearly, natural
populations would show greater genetic diversity and responses due to different life
histories and physiologies. The experimental individuals descended from a culture reared
in the laboratory from a sample purchased from Sciento© (Manchester, UK). The clone
was maintained in the laboratory for several generations prior to starting the experiment.
Daphnia were maintained in Aachener Daphnien Medium (ADaM), following
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Klüttgen et al. (1994), and fed a mix of baker’s yeast Saccharomyces cerevisiae and alga
Scenedesmus quadricauda (1:2 ml, respectively, every other day). The culture and the
experimental work took place in a growth chamber (photoperiod 16:8 light:dark, 23 �C,
75% RH) at the Faculty of Biology, Medicine and Health at The University of Manchester.

Experimental design
We used three different levels of salinity concentrations (12.27, 18.24, 24.22 PSU) based
on a pilot study in which paralysed Daphnia in concentrations exceeding 9.95 PSU showed
the ability to recover from apparent death (paralysis) during a period of 16 h in the
optimal medium (ADaM, 0.33 PSU). The levels were also selected to be considerably
higher than the levels previously described by Latta et al. (2012) causing apparent death,
mimicking adverse brackish conditions for Daphnia. Salinity levels were manipulated
using sea salt (Sigma-Aldrich, St. Louis, MO, USA) in 300 ml ADaM, in beakers containing
six nymphs, randomly selected from the mother clone. There were four different lengths
of exposure: 45, 60, 90 and 120 min. With five replicates per salinity level and four
exposure times for level 1 (12.27 PSU), three exposure lengths for the other three levels
(our pilot work showed that the 120 min exposure leads to complete death and thus was
excluded from the treatment), the experimental study population was comprised of 300
individuals. In addition, we recorded data from one beaker of six nymphs in ADaM as a
negative control.

After 30 min exposure to any of the three salinity levels, all individuals showed complete
paralysis (verified by examining any movement of every individual in the beaker, after
careful stirring and under the microscope). Individuals, however, were left until the end of
the exposure time in their respective conditions, after which all individuals were
transferred from the experimental media to beakers containing 300 ml standard medium
(ADaM). One hour after transfer, all individuals were checked for signs of life (motion
in any of the appendages), and again at 6, 12, 16 and 24 h after transfer. If individuals
did not regain normal or quasi-normal function within 16 h they did not survive and were
recorded dead accordingly. Those individuals that did survive (i.e. were able to be
revitalised) stayed in the same beaker in the standard medium for 20 days, and population
sizes were recorded at d10 and d20. This was done for all treatments with revitalised
Daphnia (12.27 PSU (45, 60, 90 and 120 min) and 18.24 PSU (45, 60 and 90 min)). Note
that no individuals survived the 24.22 PSU treatment and hence no individuals could be
revitalised from this treatment. We also recorded the time it took for the first brood to
emerge (i.e. the first day any newborn was observed in a given beaker), and the age
structure of the population on d10 and d20 by counting the number of juveniles and adults
separately.

Statistical analysis
Daphnia revitalisation
We calculated the proportion of the six Daphnia individuals that were revitalised
within a 16 h period. A generalised linear model (GLM) was applied with a quasi-Poisson
family, R package ‘multcomp’ (Hothorn, Bretz & Westfall, 2008). The predictors
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were: (1) salinity stress (three levels of salinity), (2) exposure time (four levels), (3) all
interactions between salinity and exposure time. This was followed by posthoc Tukey’s
HSD test, R package ‘lsmeans’ (Lenth, 2016), to analyse pairwise comparisons.

Fitness and age-structure of the revitalised Daphnia population
Population size was determined on d10 and d20 (allowing two possible generations under
standard conditions). A generalised mixed effect model was used with a Poisson family,
R packages ‘lme4’ (Bates et al., 2015) and ‘car’ (Fox & Weisberg, 2011). The predictors
were: (1) salinity stress (three levels), (2) exposure time (four levels), (3) all interactions
between salinity and exposure time. The census time and the beaker were randomised
factors. The number of replicates depended here on the beakers containing any revitalised
individuals: Five beakers corresponding to exposure to 12.27 PSU (45, 60, 90 and 120 min),
five beakers corresponding to exposure to 18.24 PSU (45 min) and two beakers
corresponding to exposure to 18.24 PSU (60 min). For the last treatment, three of the five
initial beakers contained no individuals that could be revitalised. All data analyses were
conducted using R (R Core Team, 2017).

RESULTS
Following exposure to the salinity treatments, Daphnia were found in a state of paralysis,
without noticeable movement in the appendages (Brack et al., 1999), described as
‘death’ by Latta et al. (2012), which occurred at 6.97 PSU for a specialist clone and at
7.96 PSU for a generalist one in their study. However, in our study, we noticed a faint
heartbeat and irregular twitching of the internal organs in the paralysed individuals and
that, after transfer to the standard medium, the animals could regain some functionality
(i.e. they appeared less agile than normal Daphnia and their swarming behaviour was
abnormal). We were thus able to measure the effects of different levels of salinity
experienced for different lengths of time on population growth and reproductive patterns
in animals that regained functionality from a state of paralysis (apparent death, see
Supplemental Information, Movies S1–S3). We believe that such resilience, given optimal
conditions and the ability to recover has not been described to date.

Revitalisation
The time it took paralysed individuals to regain functionality differed between levels of
salinity in an unexpected way. For Salinity Level 1 (12.27 PSU), none of the individuals
regained full mobility and apparent vitality within 1h but took between 14 and 16 h post
exposure, independent of the exposure time. Surprisingly, individuals exposed to the
higher salinity level of 18.24 PSU all showed full mobility and apparent vitality within 1 h,
again independent of the length of exposure.

Overall, the proportion of revitalised D. magna within 16 h declined with higher
exposure time and salinity. The GLM showed that both salinity level and exposure time
strongly affected the proportion of Daphnia that regained full mobility within 16 h (Fig. 1).
Both the level of salinity and exposure time had a significant negative effect
(GLM, F(2,47) = 117.12, P < 0.0001, and F(3,44) = 34.86, P < 0.0001). Further, the interaction
between the two factors had a significant negative effect such that higher levels of salinity
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and longer exposure reduced the proportion of revitalised individuals (F(4,40) = 11.31,
P < 0.0001; Fig. 1). For multiple pairwise comparisons of the different salinity levels and
different lengths of exposure, see Supplemental Information Appendix, Table S1.

Figure 1 shows that the percentage of revitalised individuals was higher with shorter
exposure time and lower salinity levels. No revitalisation occurred under the highest
salinity level (24.22 PSU, Cf. sea water ∼34.84 PSU), nor under Salinity Levels 2 and 3 when
exposed for longer than 60 min.

Population dynamics and growth post revitalisation
We recorded the day of first brood production and population size at d10 and d20 after
transfer to the standard medium, distinguishing between adult and juvenile individuals.
The first day of brood production showed a surprising pattern among the treatments:
In contrast to predictions of a longer time taken with longer periods of exposure and
higher levels of salinity (indicative of increased severity, for example, Gonçalves et al.,
2007), we found that in Salinity Level 1 those individuals exposed for 60 min were
almost 3 days quicker in producing the first brood, after revitalisation, than those

Figure 1 Daphnia revitalisation. Average proportions (±SE) of Daphnia revitalised after exposure to
different levels and times of acute salinity stress, n = 300 Daphnia (Level 1, 12.27 PSU, (four exposure
times� five replicates (beakers)� six neonates per replicate = 120) + Levels 2, 18.24 PSU, and 3, 24.22 PSU,
(three exposure times � five replicates (beakers) � six neonates per replicate = 180)).

Full-size DOI: 10.7717/peerj.5277/fig-1
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exposed for 45 min (11.7 ± 0.3 vs 14.5 days ± 0.8 SE; Fig. 2). By contrast, individuals
exposed to Salinity Level 2 took 12.5 ± 0.4 vs 13.5 days ± 0.4 SE, post revitalisation.
However, this difference in day of first brood production was statistically not significantly
affected by salinity level, exposure time or their interaction. The effects of salinity
exposure seen above may be caused by a trigger effect that initiates reproduction when
conditions become hospitable again (in optimal conditions following revitalisation).
Further, no animals were able to be revitalised from Salinity Level 3 possibly due to more
detrimental effects of higher salinity to metabolism, which in turn may impair future
reproduction further.

Next, looking at predictors of population size we found that salinity had a significant
negative effect (GLMM, X2 = 37.53, df = 1, P < 0.0001), as did the length of exposure
(X2 = 46.72, df = 3, P < 0.0001), as well as the interaction between the two predictors,
such that population size decreased with increased salinity level and length of exposure
(Fig. 2; X2 = 24.60, df = 2, P < 0.0001). For multiple pairwise comparisons of the
different salinity levels and different lengths of exposure see Supplemental Information
Appendix, Table S2.

Total population size was highest again in the 60 min exposure of Salinity Level 1 (∼12
individuals, significantly larger than in the 45 min exposure group) reflecting the effect of
the earlier start of reproduction in this group. For comparison, population size in the
control population (starting population size 6) was 35 (5 adults and 30 juveniles) on
d10 and 226 on d20 (55 adults and 171 juveniles). Among the treatment populations, none
contained any newly produced juveniles at d10, while at d20 the number of juveniles
ranged from an average of 2.6 ± 1.5 to 9.6 ± 6.4 SE. Further, the juveniles found at d10 in
Salinity Level 2 originated from the original population and thus showed delayed
development.

Figure 2 Post-revitalisation Daphnia population parameters across treatments. Average total num-
bers (±SE) of revitalised Daphnia on day 10 and day 20 after revitalisation. The total starting population
immediately post revitalisation was n = 96 revitalised Daphnia (Level 1 [45 min (24 individuals of five
beakers), 60 min (24 individuals of five beakers), 90 min (16 individuals of five beakers), 120 min (three
individuals of two beakers)], Level 2 [45 min (18 individuals of five beakers), 60 min (11 individuals of
five beakers), 90 min (zero individuals)]). Full-size DOI: 10.7717/peerj.5277/fig-2
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DISCUSSION
Our study has revealed a novel aspect of phenotypic plasticity in D. magna after short
exposure to high levels of salinity, which resulted in paralysis (apparent death) after
30 min: we were able to revitalise individuals by transferring animals to the standard
medium, which surprisingly took longer (14–16 h) for lower levels of salinity but was
almost instantaneous for higher levels. Thus, if the abrupt change was followed by transfer
or exposure to hospitable optimal conditions, D. magna can show greater resilience to
lethal levels of environmental stressors, than previously assumed and continue
reproduction, albeit at a lower rate compared to control.

Salinisation challenge
The salinisation of freshwater has profound economic and environmental costs
(Williams, 1999). The salinity content of estuaries as well as water bodies in whichDaphnia
live are drastically affected by several factors including sea-level rise and associated
ground water salinisation (Ferguson & Gleeson, 2012; Hoover et al., 2017), storm surges
and tidal-seawater intrusion (White & Kaplan, 2017). Further, owing to the mix of rain and
seawater, salinity can reach up to 8.68 PSU under droughts and higher temperatures
during the dry season (Pajunen & Pajunen, 2003). Moreover, anthropogenic effects of
de-icing salt (Van Meter & Swan, 2014) can lead to serious ionic changes due to increased
levels of chloride in freshwater (Dugan et al., 2017), with far-reaching effects on aquatic
life (Liu & Steiner, 2017) because of salinity changes related to river diversion, dam
building and leaching of salts (Zeinoddini, Bakhtiari & Ehteshami, 2015; Verma &
Pandey, 2017).

The eventual outcome of continued salinisation is thought to be a global reduction of
fresh water biodiversity as its effects are felt at multiple levels (individual, population,
community and ecosystem) (Cañedo-Argüelles et al., 2013). Global warming is predicted to
increase the incidence of inundation in freshwater ecosystems as sea levels rise, and
extreme weather events such as droughts and storm surges occur more often (Jeppesen
et al., 2015). Thus, the environment for daphnids can be unpredictable with wide
fluctuations in salinity level affecting their fitness, development and survival (Cowgill &
Milazzo, 1991; Arnér & Koivisto, 1993). Daphnid populations found near seawater may
experience inflow from other aquatic habitats of more brackish content that may result
in mass mortality. Subsequent rainfall could reduce levels of salinity rapidly again,
providing a scenario for recovery and perhaps adaptation (resilience) to such
fluctuating conditions.

Revitalisation
Daphnia has evolved to cope with life in aquatic habitats with relatively low osmotic
pressure. However, salinity conditions are often not optimal or stable and thus the
permeable soft body of daphnids will always be osmotically challenged, by numerous
natural and human-induced factors (Williams, 1999; Ghazy et al., 2009; Jeppesen et al.,
2015). Despite being able to cope with higher levels of salinity than found in freshwater
(Schuytema, Nebeker & Stutzman, 1997), in face of increased salinisation, Daphnia
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have four possibilities: avoid, disperse, adapt or perish (Arnér & Koivisto, 1993; Nielsen
et al., 2003; Pajunen & Pajunen, 2003). Indeed, acute exposure to extreme levels of
salinity exceeding maximum levels that can be tolerated leads to complete paralysis in
ephemeral habitats and will severely disturb the osmoregulatory capacity and metabolic
rates in Daphnia (Hall & Burns, 2001). This may be the reason for the quasi-normal
reproductive patterns seen in the revitalised animals in our experiment. From a
physiological point of view, the salinity level might have been the most relevant factor
affecting the revitalisation due to the fact that intensified stress corresponded with less
resilience (Arnér & Koivisto, 1993; Gonçalves et al., 2007; Gergs et al., 2013). The point of
‘no return’ from paralysis was, nevertheless, between 18.24 PSU for 120 min, and
24.22 PSU (Fig. 1).

Osmoregulation and osmoconformance
Daphnia survival is dependent on its halotolerance and ability to adapt to external ionic
challenge, salinity level and haemolymph osmolality, where Daphnia remarkably might
switch between two context-dependent osmoregulatory strategies: osmoregulation and
osmoconformity (Weider & Hebert, 1987; Heine-Fuster et al., 2010). Osmoregulation is a
typical fresh-water organism response, where the organism keeps haemolymph osmolality
constant; a strategy that works up to a salinity level of 4.98 PSU. By contrast,
osmoconformity is a typical response of marine and brackish-water organisms. With
salinity levels surpassing 4.98 PSU, Daphnia magna will lower the osmotic gradient
between haemolymph and external saline environments that may enable the organism to
tolerate a broad range of salinities (Weider & Hebert, 1987; Heine-Fuster et al., 2010).

Salinity of ponds and coastal lakes with varying distances from seashores can change
greatly and abruptly. This presents a major energetically costly ionic challenge for Daphnia
to osmoregualte (Weider & Hebert, 1987), which may result in impairment of ionic
exchange and the mechanisms of osmoregulation under elevated levels of salinity
(Lignot, Spanings-Pierrot & Charmantier, 2000). For instance, the osmolality measurement
run by Weider & Hebert (1987) on D. pulex from bluff ponds near Hudson Bay,
Canada, revealed that these hyperconformers could not survive a salinity level of 4.98 PSU
for more than a few hours. Thus, periodic induced tidal fluctuations and intermittent
saline intrusions can have detrimental effects on osmoregulation in Daphnia (Lignot,
Spanings-Pierrot & Charmantier, 2000; Hall & Burns, 2001; Schallenberg, Hall &
Burns, 2003).

In our study, Daphnia went into paralysis at levels that far exceed 4.98 PSU and we can
thus speculate that the sudden change from ADaM (optimal conditions of 0.33 PSU) to
12.27 PSU and 18.24 PSU made it impossible to adapt and regulate haemolymph
concentrations to match the extreme osmotic pressure. However, once in ADaM, the
individuals may have been able to restore haemostasis. Osmoregulation in response to
salinity stress has previously been observed in marine crustaceans (Charmantier &
Charmantier-Daures, 1991). Marine crustaceans are exposed to salinity fluxes through
tides and have highly varied responses to these stressors (Huni & Aravindan, 1985); for
example, growth and morphology are shown to be affected by such environmental
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stressors (López et al., 2010). By contrast, halophylic D. exilis shows a hyper-
osmoconformer physiological response to salinity stress as well as a delayed maturity
age and reduced fertility. The response is achieved by maintaining a positive osmolality
difference with the environment. D. pulex also shows hyperosmotic responses
(Heine-Fuster et al., 2010). Changes in osmoregulation in D. magna are thought to be
linked to the epithelial cells of the gill as these cells are required for osmoregulation
(Kikuchi, 1983), necessary for ion uptake and transport (Bianchini & Wood, 2008).

In sum, there is considerable evidence for the ability to adapt to salinity stress in
daphnids. This ability to adapt has significant ecoevolutionary implications due to the role
of Daphnia, as zooplankton, in aquatic food webs (Coldsnow et al., 2017; Liu & Steiner,
2017). Tolerating strong fluctuations in salinity requires a well-adapted osmoregulatory
system (Gilles & Péqueux, 1983; Weider & Hebert, 1987). However, coming back from
the point of no return (apparent death) is an attribute of resilience that goes beyond what
is known for tolerance and may require compensatory osmoregulatory mechanisms
that may explain the successful revitalisation of Daphnia in this study. Future work now
needs to establish the physiochemical properties of resilience and recoverability from
exposure to lethal levels of salinity stress.

Reproductive success after revitalisation
We observed two distinctive reproductive patterns whereby the first brood was produced
earlier when exposed longer to the stressor compared with a shorter exposure. Although
the difference in exposure was only 15 min, the difference in number of days until first
brood production was almost 3 days, or 25%, earlier. The difference in number of
adults between the d10 and d20 counts, may be due to adult mortality and impaired
development caused by the salinity exposure. However, we note that the treatment
effect on the production of first brood was statistically non-significant. These results are
surprising since we predicted that the higher the stress the greater the reduction in
fitness (Arnér & Koivisto, 1993; Gonçalves et al., 2007), which may be associated with
different reproductive modes (Arnér & Koivisto, 1993), that is, it would take longer to
produce the first brood, and population size increase would be at a lower rate. Our results
suggest that different rates of reproduction can be triggered. The higher reproductive
rate and shorter time to first brood following revitalisation from paralysis were associated
with revitalisation after longer exposure to salinity, which may be similar to parity
variation seen in other taxa (Schaffer, 1974; Stearns, 1976; Zeineddine & Jansen, 2009).
Note that under more predictable environments large progeny is expected to be favoured
because they increase the chances of success especially after major failure (Stearns, 1976).
Following recovery from trauma and revitalisation from paralysis, resilience followed
by bouts of reproduction (including parity) can be to the benefit of the organism and
may be a product of phenotypic plasticity (Hughes & Simons, 2014; Hughes, 2017) in face
of ecological challenge, thereby increasing the chances of population survival (Stearns,
1976; Harney, 2013).

In our study, immature, clonal Daphnia (genetically identical) underwent severe and
hostile conditions that led to their death or to paralysis. The revitalisedDaphnia afterwards
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displayed a noticeable delay in maturation, that is, the delay in the production of the first
brood. Variation in the maturation threshold for body size has been proposed to depend
on environmental and transgenerational effects, leading to fitness consequences (Harney,
2013). For example D. magna genotypes with a higher maturation threshold have been
demonstrated to have a lower intrinsic rate of population increase (Harney, 2013).

CONCLUSION
Our study mimics the scenarios where a population ofD. magnamay experience an abrupt
change in salinity level in its habitat, for example, due to sea intrusion and/or inflow from
other brackish water sources. In this scenario, subsequent rainfall could provide the
conditions sufficient to reverse paralysis as simulated in our study by the transfer of the
paralysed individuals to their optimal medium that was followed by differential
reproductive success. Clearly, our findings reveal a novel aspect of phenotypic plasticity in
D. magna, a phenomenon that may well be seen in other cladocerans. Understanding the
ecological impacts of resilience following salinity trauma in such ecosystems remains
unknown and thus merits further research. Future work needs to elucidate the underlying
mechanisms and whether these responses are limited to salinity as a stressor or represent a
more universal stress response.

ACKNOWLEDGEMENTS
We would like to thank Marco Giorda for his help in the experimental work.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding
The authors received no funding for this work.

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

Author Contributions
� Mouhammad Shadi Khudr conceived and designed the experiments, performed the
experiments, analysed the data, contributed reagents/materials/analysis tools, prepared
figures and/or tables, authored or reviewed drafts of the paper, approved the final draft.

� Samuel Alexander Purkiss contributed to the extension of the concept of the experiment,
performed the experiments, contributed reagents/materials/analysis tools, authored or
reviewed drafts of the paper, approved the final draft, took video-proofs of the findings.

� Alice de Sampaio Kalkuhl performed the experiments, prepared figures and/or tables,
approved the final draft.

� Reinmar Hager authored or reviewed drafts of the paper, approved the final draft.

Data Availability
The following information was supplied regarding data availability:

Figshare: DOI 10.6084/m9.figshare.5709715.

Khudr et al. (2018), PeerJ, DOI 10.7717/peerj.5277 11/15

https://dx.doi.org/10.6084/m9.figshare.5709715
http://dx.doi.org/10.7717/peerj.5277
https://peerj.com/


Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.5277#supplemental-information.

REFERENCES
Albecker M, McCoy M. 2017. Adaptive responses to salinity stress across multiple life stages in

anuran amphibians. Frontiers in Zoology 14(1):40 DOI 10.1186/s12983-017-0222-0.

Arnér M, Koivisto S. 1993. Effects of salinity on metabolism and life history characteristics of
Daphnia magna. Hydrobiologia 259(2):69–77 DOI 10.1007/BF00008373.

Bates D, Mächler M, Bolker B, Walker S. 2015. Fitting linear mixed-effects models using lme4.
Journal of Statistical Software 67(1):1–48 DOI 10.18637/jss.v067.i01.

Bianchini A, Wood CM. 2008. Sodium uptake in different life stages of crustaceans: the water flea
Daphnia magna strauss. Journal of Experimental Biology 211(4):539–547
DOI 10.1242/jeb.009175.

Brack W, Alternburger R, Ensenbach U, Möder M, Segner H, Schüürmann G. 1999. Bioassay-
directed identification of organic toxicants in river sediment in the industrial region of Bitterfeld
(Germany). Archives of Environmental Contamination and Toxicology 37:164–174.

Buikema A, Geiger J, Lee D. 1980. Daphnia toxicity tests. In: Buikema A, Cairns J, eds. Aquatic
Invertebrate Bioassays. Philadelphia: American Society for Testing and Materials, ASTM STP
715, 48–69.

Burge DRL, Edlund MB, Frisch D. 2017. Paleolimnology and resurrection ecology: the future of
reconstructing the past. Evolutionary Applications 11(1):42–59 DOI 10.1111/eva.12556.

Cáceres CE, Tessier AJ. 2003. How long to rest: the ecology of optimal dormancy
and environmental constraint. Ecology 84(5):1189–1198
DOI 10.1890/0012-9658(2003)084[1189:HLTRTE]2.0.CO;2.

Cañedo-Argüelles M, Kefford BJ, Piscart C, Prat N, Schäfer RB, Schulz CJ. 2013. Salinisation of
rivers: an urgent ecological issue. Environmental Pollution 173:157–167
DOI 10.1016/j.envpol.2012.10.011.

Chapman D, Jackson J, Krebs F. 1996. Biological monitoring. In: Bartram J, Balance R, eds.Water
Quality Monitoring-A Practical Guide to the Design and Implementation of Freshwater Quality
Studies and Monitoring Programmes. First Edition. London: E & FN Spon, 256–290.

Charmantier G, Charmantier-Daures M. 1991. Ontogeny of osmoregulation and salinity
tolerance in Cancer irroratus; elements of comparison with C. borealis (Crustacea, Decapoda).
Biological Bulletin 180(1):125–134 DOI 10.2307/1542436.

Chen X, Stillman JH. 2012. Multigenerational analysis of temperature and salinity variability
affects on metabolic rate, generation time, and acute thermal and salinity tolerance in Daphnia
pulex. Journal of Thermal Biology 37(3):185–194 DOI 10.1016/j.jtherbio.2011.12.010.

Coldsnow KD, Mattes BM, Hintz WD, Relyea RA. 2017. Rapid evolution of tolerance
to road salt in zooplankton. Environmental Pollution 222:367–373
DOI 10.1016/j.envpol.2016.12.024.

Cowgill U, Milazzo D. 1991. The sensitivity of two cladocerans to water quality variables: salinity
<467 mg NaCl/L and hardness <200 mg CaCO3/L. Archives of Environmental Contamination
and Toxicology 21(2):218–223.

Dugan HA, Bartlett SL, Burke SM, Doubek JP, Krivak-Tetley FE, Skaff NK, Summers JC,
Farrell KJ, McCullough IM, Morales-Williams AM, Roberts DC, Ouyang Z, Scordo F,
Hanson PC, Weathers KC. 2017. Salting our freshwater lakes. Proceedings of the National

Khudr et al. (2018), PeerJ, DOI 10.7717/peerj.5277 12/15

http://dx.doi.org/10.7717/peerj.5277#supplemental-information
http://dx.doi.org/10.7717/peerj.5277#supplemental-information
http://dx.doi.org/10.1186/s12983-017-0222-0
http://dx.doi.org/10.1007/BF00008373
http://dx.doi.org/10.18637/jss.v067.i01
http://dx.doi.org/10.1242/jeb.009175
http://dx.doi.org/10.1111/eva.12556
http://dx.doi.org/10.1890/0012-9658(2003)084[1189:HLTRTE]2.0.CO;2
http://dx.doi.org/10.1016/j.envpol.2012.10.011
http://dx.doi.org/10.2307/1542436
http://dx.doi.org/10.1016/j.jtherbio.2011.12.010
http://dx.doi.org/10.1016/j.envpol.2016.12.024
http://dx.doi.org/10.7717/peerj.5277
https://peerj.com/


Academy of Sciences of the United States of America 114(17):4453–4458
DOI 10.1073/pnas.1620211114.

Ebert D. 2005. Ecology, Epidemiology, and Evolution of Parasitism in Daphnia. Bethesda: National
Library of Medicine (US), National Center for Biotechnology Information.

Ferguson G, Gleeson T. 2012. Vulnerability of coastal aquifers to groundwater use and climate
change. Nature Climate Change 2(5):342–345 DOI 10.1038/nclimate1413.

Fox J, Weisberg S. 2011. An {R} Companion to Applied Regression. Second Edition. Thousand
Oaks: Sage.

Garreta-Lara E, Campos B, Barata C, Lacorte S, Tauler R. 2016. Metabolic profiling of Daphnia
magna exposed to environmental stressors by GC–MS and chemometric tools. Metabolomics
12(5):86 DOI 10.1007/s11306-016-1021-x.

Gergs A, Zenker A, Grimm V, Preuss TG. 2013. Chemical and natural stressors combined: from
cryptic effects to population extinction. Scientific Reports 3(1):2036 DOI 10.1038/srep02036.

Ghazy M, Habashy M, Kossa F, Mohammady E. 2009. Effects of salinity on survival, growth and
reproduction of the water flea, Daphnia magna. Natural Science 7:28–42.

Gilles R, Péqueux A. 1983. Interactions of chemical and osmotic regulation with the environment.
In: Vernberg F, Vernberg W, eds. The Biology of Crustacea. Vol. 8, Environmental Adaptations.
New York: Academic Press, 109–177.

Gökçe D, Turhan D. 2014. Effects of salinity tolerances on survival and life history of 2
cladocerans. Turkish Journal of Zoology 38:347–353 DOI 10.3906/zoo-1304-21.

Gonçalves AMM, Castro BB, Pardal MA, Gonçalves F. 2007. Salinity effects on survival and life
history of two freshwater cladocerans (Daphnia magna and Daphnia longispina). Annales de
Limnologie–International Journal of Limnology 43(1):13–20 DOI 10.1051/limn/2007022.

Hall CJ, Burns C. 2001. Effects of salinity and temperature on survival and reproduction of
Boeckella hamata (Copepoda: Calanoida) from a periodically brackish lake. Journal of Plankton
Research 23(1):97–104 DOI 10.1093/plankt/23.1.97.

Harney E. 2013. The evolution of maturation in Daphnia. PhD. University of Liverpool, UK.
Available at https://livrepository.liverpool.ac.uk/9173/1/HarneyEwa_Jan2013_9173.pdf.

Heine-Fuster I, Vega-Retter C, Sabat P, Ramos-Jiliberto R. 2010. Osmoregulatory and
demographic responses to salinity of the exotic cladoceran Daphnia exilis. Journal of Plankton
Research 32(10):1405–1411 DOI 10.1093/plankt/fbq055.

Hoover DJ, Odigie KO, Swarzenski PW, Barnard P. 2017. Sea-level rise and coastal groundwater
inundation and shoaling at select sites in California, USA. Journal of Hydrology Regional Studies
11:234–249 DOI 10.1016/j.ejrh.2015.12.055.

Hothorn T, Bretz F, Westfall P. 2008. Simultaneous inference in general parametric models.
Biometrical Journal 50(3):346–363 DOI 10.1002/bimj.200810425.

Hughes PW. 2017. Between semelparity and iteroparity: empirical evidence for a continuum of
modes of parity. Ecology and Evolution 7(20):8232–8261 DOI 10.1002/ece3.3341.

Hughes P, Simons AM. 2014. The continuum between semelparity and iteroparity: plastic
expression of parity in response to season length manipulation in Lobelia inflata.
BMC Evolutionary Biology 14(1):90 DOI 10.1186/1471-2148-14-90.

Huni AAD, Aravindan CM. 1985. The effect of salinity on the oxygen consumption of two
intertidal crustaceans. Comparative Biochemistry and Physiology Part A: Physiology
81(4):869–871 DOI 10.1016/0300-9629(85)90921-1.

Jeppesen E, Brucet S, Naselli-Flores L, Papastergiadou E, Stefanidis K, Nõges T, Nõges P, Attayde J,
Zohary T, Coppens J, Bucak T, Menezes RF, Freitas FRS, Kernan M, Søndergaard M,

Khudr et al. (2018), PeerJ, DOI 10.7717/peerj.5277 13/15

http://dx.doi.org/10.1073/pnas.1620211114
http://dx.doi.org/10.1038/nclimate1413
http://dx.doi.org/10.1007/s11306-016-1021-x
http://dx.doi.org/10.1038/srep02036
http://dx.doi.org/10.3906/zoo-1304-21
http://dx.doi.org/10.1051/limn/2007022
http://dx.doi.org/10.1093/plankt/23.1.97
https://livrepository.liverpool.ac.uk/9173/1/HarneyEwa_Jan2013_9173.pdf
http://dx.doi.org/10.1093/plankt/fbq055
http://dx.doi.org/10.1016/j.ejrh.2015.12.055
http://dx.doi.org/10.1002/bimj.200810425
http://dx.doi.org/10.1002/ece3.3341
http://dx.doi.org/10.1186/1471-2148-14-90
http://dx.doi.org/10.1016/0300-9629(85)90921-1
http://dx.doi.org/10.7717/peerj.5277
https://peerj.com/


Beklioğlu M. 2015. Ecological impacts of global warming and water abstraction on lakes and
reservoirs due to changes in water level and related changes in salinity. Hydrobiologia
750(1):201–227 DOI 10.1007/s10750-014-2169-x.

Kikuchi S. 1983. The fine structure of the gill epithelium of a fresh-water flea, Daphnia magna
(Crustacea: Phyllopoda) and changes associated with acclimation to various salinities.
Cell and Tissue Research 229(2):253–268 DOI 10.1007/bf00214974.

Klüttgen B, Dülmer U, Engels M, Ratte HT. 1994. ADaM, an artificial freshwater for the culture
of zooplankton. Water Research 28(3):743–746 DOI 10.1016/0043-1354(94)90157-0.

Latta LC, Weider LJ, Colbourne JK, Pfrender ME. 2012. The evolution of salinity tolerance in
Daphnia: a functional genomics approach. Ecology Letters 15(8):794–802
DOI 10.1111/j.1461-0248.2012.01799.x.

Lenth RV. 2016. Least-squares means: the R Package lsmeans. Journal of Statistical Software
69(1):1–33 DOI 10.18637/jss.v069.i01.

Li K,HeW,HuQ, Gao S. 2013. Ecological restoration of reclaimed wastewater lakes using submerged
plants and zooplankton. Water and Environment Journal 28:323–328 DOI 10.1111/wej.12038.

Lignot JH, Spanings-Pierrot C, Charmantier G. 2000. Osmoregulatory capacity as a tool in
monitoring the physiological condition and the effect of stress in crustaceans. Aquaculture
191(1–3):209–245 DOI 10.1016/S0044-8486(00)00429-4.

Liu X, Steiner CF. 2017. Ecotoxicology of salinity tolerance in Daphnia pulex: interactive effects of
clonal variation, salinity stress and predation. Journal of Plankton Research 39(4):687–697
DOI 10.1093/plankt/fbx027.

López BA, Ramírez RP, López DA, Guaitro SY. 2010. Interspecific differences in the phenotypic
plasticity of intertidal barnacles in response to habitat changes. Journal of Crustacean Biology
30(3):357–365 DOI 10.1651/09-3211.1.

Martínez-Jerónimo F, Martínez-Jerónimo L. 2007. Chronic effect of NaCl salinity on a freshwater
strain of Daphnia magna Straus (Crustacea: Cladocera): a demographic study. Ecotoxicology and
Environmental Safety 67(3):411–416 DOI 10.1016/j.ecoenv.2006.08.009.

Nielsen DL, Brock MA, Rees GN, Baldwin DS. 2003. Effects of increasing salinity on freshwater
ecosystems in Australia. Australian Journal of Botany 51(6):655 DOI 10.1071/bt02115.

Pajunen VI, Pajunen V. 2003. Long-term dynamics in rock pool Daphnia metapopulations.
Ecography 26(6):731–738 DOI 10.1111/j.0906-7590.2003.03542.x.

R Core Team. 2017. R: A Language and Environment for Statistical Computing. Vienna: R
Foundation for Statistical Computing. Available at https://www.R-project.org/.

Rodriguez M. 2017. Defining the terms; resistance, tolerance and resilience. BSc, Uppsala.
Available at https://stud.epsilon.slu.se/10470/7/Rodriguez_M_170707.pdf.

Schaffer WM. 1974. Optimal reproductive effort in fluctuating environments. American Naturalist
108(964):783–790 DOI 10.1086/282954.

Schallenberg M, Hall C, Burns C. 2003. Consequences of climate-induced salinity increases on
zooplankton abundance and diversity in coastal lakes. Marine Ecology Progress Series
251:181–189 DOI 10.3354/meps251181.

Schuytema GS, Nebeker AV, Stutzman TW. 1997. Salinity tolerance Daphnia magna and
potential use for estuarine sediment toxicity tests. Archives of Environmental Contamination and
Toxicology 33(2):194–198 DOI 10.1007/s002449900242.

Shaw J, Pfrender M, Eads B, Klaper R, Callaghan A, Colson I, Jansen B, Gilbert D, Colbourne J.
2008. Daphnia as an emerging model for toxicological genomics. In: Hogstrand C, Kille P, eds.
Comparative Toxicogenomics. Oxford: Elsevier Science, 165–220.

Khudr et al. (2018), PeerJ, DOI 10.7717/peerj.5277 14/15

http://dx.doi.org/10.1007/s10750-014-2169-x
http://dx.doi.org/10.1007/bf00214974
http://dx.doi.org/10.1016/0043-1354(94)90157-0
http://dx.doi.org/10.1111/j.1461-0248.2012.01799.x
http://dx.doi.org/10.18637/jss.v069.i01
http://dx.doi.org/10.1111/wej.12038
http://dx.doi.org/10.1016/S0044-8486(00)00429-4
http://dx.doi.org/10.1093/plankt/fbx027
http://dx.doi.org/10.1651/09-3211.1
http://dx.doi.org/10.1016/j.ecoenv.2006.08.009
http://dx.doi.org/10.1071/bt02115
http://dx.doi.org/10.1111/j.0906-7590.2003.03542.x
https://www.R-project.org/
https://stud.epsilon.slu.se/10470/7/Rodriguez_M_170707.pdf
http://dx.doi.org/10.1086/282954
http://dx.doi.org/10.3354/meps251181
http://dx.doi.org/10.1007/s002449900242
http://dx.doi.org/10.7717/peerj.5277
https://peerj.com/


Simon JC, Pfrender ME, Tollrian R, Tagu D, Colbourne JK. 2011. Genomics of environmentally
induced phenotypes in two extremely plastic arthropods. Journal of Heredity 102(5):512–525
DOI 10.1007/s002449900.

Smolders R, Baillieul M, Blust R. 2005. Relationship between the energy status of Daphnia magna
and its sensitivity to environmental stress. Aquatic Toxicology 73(2):155–170
DOI 10.1016/j.aquatox.2005.03.006.

Stearns SC. 1976. Life-history tactics: a review of the ideas. Quarterly Review of Biology 51(1):3–47
DOI 10.1086/409052.

Stollewerk A. 2010. The water flea Daphnia-a “new” model system for ecology and evolution?
Journal of Biology 9(2):21 DOI 10.1186/jbiol212.

Van Meter RJ, Swan CM. 2014. Road salts as environmental constraints in urban pond food webs.
PLOS ONE 9(2):e90168 DOI 10.1371/journal.pone.0090168.

Verma A, Pandey J. 2017. Anthropogenic-induced shifts in salinity and nutrient status of two
freshwater tropical lakes in India. Lakes & Reservoirs Research & Management 22(4):310–319
DOI 10.1111/lre.12194.

Webster I, Atkinson I, Radke L. 2015. OzCoasts coastal indicators: salinity. Available at http://
www.ozcoasts.gov.au/indicators/salinity.jsp.

Weider LJ, Hebert PDN. 1987. Ecological and physiological differentiation among low-artic clones
of Daphnia pulex. Ecology 68(1):188–198 DOI 10.2307/1938819.

West-Eberhard MJ. 2003. Developmental Plasticity and Evolution. New York: Oxford University
Press.

White E, Kaplan D. 2017. Restore or retreat? Saltwater intrusion and water management in coastal
wetlands. Ecosystem Health and Sustainability 3(1):e01258 DOI 10.1002/ehs2.1258.

Williams WD. 1999. Salinisation: a major threat to water resources in the arid and semi-arid
regions of the world. Lakes & Reservoirs Research & Management 4(3–4):85–91
DOI 10.1046/j.1440-1770.1999.00089.x.

Williams W. 2001. Anthropogenic salinisation of inland waters. Hydrobiologia 446(1–3):329–337
DOI 10.1023/A:1014598509028.

Zeineddine M, Jansen VAA. 2009. To age, to die: parity, evolutionary tracking and Cole’s paradox.
Evolution 63:1498–1507 DOI 10.1111/j.1558-5646.2009.00630.x.

Zeinoddini M, Bakhtiari A, Ehteshami M. 2015. Long-term impacts from damming and water
level manipulation on flow and salinity regimes in Lake Urmia, Iran. Water and Environment
Journal 29(1):71–87 DOI 10.1111/wej.12087.

Khudr et al. (2018), PeerJ, DOI 10.7717/peerj.5277 15/15

http://dx.doi.org/10.1007/s002449900
http://dx.doi.org/10.1016/j.aquatox.2005.03.006
http://dx.doi.org/10.1086/409052
http://dx.doi.org/10.1186/jbiol212
http://dx.doi.org/10.1371/journal.pone.0090168
http://dx.doi.org/10.1111/lre.12194
http://www.ozcoasts.gov.au/indicators/salinity.jsp
http://www.ozcoasts.gov.au/indicators/salinity.jsp
http://dx.doi.org/10.2307/1938819
http://dx.doi.org/10.1002/ehs2.1258
http://dx.doi.org/10.1046/j.1440-1770.1999.00089.x
http://dx.doi.org/10.1023/A:1014598509028
http://dx.doi.org/10.1111/j.1558-5646.2009.00630.x
http://dx.doi.org/10.1111/wej.12087
http://dx.doi.org/10.7717/peerj.5277
https://peerj.com/

	Novel resilience in response to revitalisation after exposure to lethal salinity causes differential reproductive success in an extremely plastic organism ...
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusion
	flink6
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


