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Abstract
Related host species often demonstrate differences in prevalence and/or intensity of infec-

tion by particular parasite species, as well as different levels of resistance to those para-

sites. The mechanisms underlying this interspecific variation in parasitism and resistance

expression are not well understood. Surprisingly, few researchers have assessed relations

between actual levels of parasitism and resistance to parasites seen in nature across multi-

ple host species. The main goal of this study was to determine whether interspecific varia-

tion in resistance against ectoparasitic larval water mites either was predictive of
interspecific variation in parasitism for ten closely related species of damselflies (grouped

into five “species pairs”), or was predicted by interspecific variation in a commonly used

measure of innate immunity (total Phenoloxidase or potential PO activity). Two of five spe-

cies pairs had interspecific differences in proportions of individuals resisting larval Arrenurus
water mites, only one of five species pairs had species differences in prevalence of larval

Arrenurus water mites, and another two of five species pairs showed species differences in

mean PO activity. Within the two species pairs where species differed in proportion of indi-

viduals resisting mites the species with the higher proportion did not have correspondingly

higher PO activity levels. Furthermore, the proportion of individuals resisting mites mirrored

prevalence of parasitism in only one species pair. There was no interspecific variation in

median intensity of mite infestation within any species pair. We conclude that a species’ rel-

ative ability to resist particular parasites does not explain interspecific variation in parasitism

within species pairs and that neither resistance nor parasitism is reflected by interspecific

variation in total PO or potential PO activity.
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Introduction
Explaining interspecific variation in parasitism among related host species has been one of the
main goals of evolutionary parasitology [1]. Comparing distantly related species can be difficult
because of uncontrolled differences in environmental factors and actual identity and numbers of
parasites exploiting the host species. Intriguingly in some taxonomic groups, variation in parasit-
ism can occur among related host species even when ecological variables like habitat use and par-
asite species exploiting hosts are controlled [2]. In other associations, ecological and evolutionary
factors such as geographical range, phylogeny or coevolution can explain differences in parasit-
ism between host species [3], but unexplained variation often remains. One important research
gap is the extent of tolerance and resistance between related host species to shared parasites [4].
A first look at this problem would be to compare levels of resistance to real parasites with respect
to levels of parasitism and host defences, as done recently by Vogelweith et al. [5].

Evaluating patterns of innate immunity among host species might help predict resistance to
parasites and/or interspecific variation in parasitism. In invertebrates, a well-documented defense
mechanism and a measure of innate immunity is the encapsulation of foreign substances through
the process of melanisation via the Phenoloxidase (PO) cascade [6–10]. Total PO or potential PO
activity is one of the proxies to measure the constitutive levels of immune response, i.e. measuring
immune levels in the absence of an immune challenge [11]. A host species is expected to have
fewer parasites [12] and survive microbial infections [13] more readily with higher levels of PO
activity because that species will have greater defences against a broad spectrum of parasites.
Even though the activation of phenoloxidase is important in insect immune responses [14] there
are at least three general reasons why relations between such proxies of innate immunity and ac-
tual parasitism might not be found. First, other proxies of innate or constitutive immunity might
be more important to defense including hematocyte density, hemolymph lysozyme activity and
nitric oxide levels [11]. Such proxies are important [9,12,15]. Second, the parasites might not be
recognized as foreign or might be recognized but not pose much of a cost. Finally, potential PO
activity might be more relevant to other physiological functions for a host such as cuticle melani-
sation (including egg tanning), thermoregulation, crypsis or aposematism [16].

Tests relating PO activity to immunity have often been done at the intraspecific level be-
cause variation in PO within species is expected to relate to naturally occurring parasites, but
only after controlling for environmental differences between populations [17]. Intriguingly,
Iserbyt et al. [17] showed that within the female polymorphic damselfly Nehalennia irene
(Hagen), one female morph has significantly higher total PO activity levels compared to the
other female morph. However, these morph-specific differences in total PO activity (hereafter
potential PO activity) do not explain variation in parasitism by either gregarines [18] or mites
[19]. Additionally, age, size and sexual ornamentation of individuals can be associated with PO
activity levels: in Lestes viridulus (Rambur), older individuals had less PO activity [20], and in
Hetaerina americana (Fabricius) the larger individuals with larger wing spots had higher levels
of PO activity [21]. In these circumstances, there is considerable variability in PO activity with-
in species, some of which might relate to immunity either directly or indirectly [15].

Although the reliability of PO activity in terms of immune function has recently been ques-
tioned [22], PO remains a key enzyme in the production of melanin. Differences in PO activity
between closely related species might be important in explaining interspecific variation in
immunity, which has been understudied. Host species under higher parasite pressure should in-
vest more in innate immunity than related species with less or no pressure from the same (or
similar) parasites. Exploring interspecies variation in immunity and its relation to parasitism will
aid in our understanding of the extent to which functional resistance to macroparasites actually
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does mirror PO activity and, in turn, whether or not either PO activity or a separate measure of
functional resistance parallels levels of parasitism, seen between related host species.

The purpose of this study was to determine whether interspecific variation in the proportion
of individuals resisting their parasites can explain differences in prevalence and intensity of
parasitism for closely related host species and if a constitutive measure of innate immunity
(total PO or potential PO activity) can predict interspecific variation in the proportion of indi-
viduals resisting their parasites. In order to answer these questions, we use coenagrionid dam-
selfly-Arrenurus water mite associations. Damselflies are a unique model hosts to investigate
innate immunity and host-parasite interactions for two main reasons. First, resistance to water
mites can be easily assessed [23,24]. In damselflies, the immunological response to water mites
is melanotic encapsulation of the mites’ feeding tubes or glands responsible for producing feed-
ing tubes [25]. Once the feeding tube has been melanised, the starved water mite remains at-
tached to the host throughout the rest of the host’s adult life [21] (Fig. 1). Second, studies have
shown that different but closely related host species have variable levels of both mite parasitism
and resistance to same or similar mite species [2,19].

We had two specific objectives. First, we examined interspecific variation in prevalence and in-
tensity of mite parasitism in relation to the proportion of individuals resisting Arrenuruswater
mites in ten species of coenagrionid damselflies (grouped into five species pairs to control for
phylogenetic relatedness among host species). Second, we observed whether the magnitude of dif-
ferences in PO activity mirrored the magnitude of differences in natural resistance to mites and
whether either of these measures explained differences in either prevalence or intensity of infesta-
tion by mites. We therefore addressed interspecific variation in insect resistance and determined
whether this variation is predictive of parasitism levels or can be predicted between related host
species based on differences in potential PO activity. To facilitate such comparisons, we studied
closely related host species where site and timing of collection had been controlled, and where
similar or same ectoparasitic mites were known to attack sibling species of host damselflies.

Methods

Host Collecting
Queens University Biological Station granted permission for collection of the insect damselfly
species because all were collected on their stations land. The field studies did not involve

Fig 1. Comparison between live and resisted Arrenuruswater mites, left image represents engorged
live water mites on aNehalennia irene individual, the right picture represents resisted dead water
mites on aNehalennia gracilis individual.

doi:10.1371/journal.pone.0115539.g001
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endangered or protected species. Using aerial sweep nets, we collected individuals from ten
Coenagrionidae species, Argia moesta (Hagen), Argia violaceae (Burmeister), Enallagma bor-
eale (Selys), Enallagma ebrium (Hagen), Enallagma signatum (Hagen), Enallagma vesperum
(Calvert), Ischnura posita (Hagen), Ischnura verticalis (Say), Nehalennia gracilis (Morse), and
Nehalennia irene (Hagen), placed in five species pairs, Argia, Enallagma (Enallagma) subgenus,
Enallagma (Chromatallagma) subgenus, Ischnura, and Nehalennia around the Queens Univer-
sity Biological Station. The four Enallagma species are considered in two different species
pairs, because the most current phylogeny for this species-rich genus places these four species
into two distinct subgenera [26]. Past studies have used these species to discern interspecific
variation in parasitism with internal and external parasites [2,19]. Both species within a species
pair were collected at the same site and same time to exclude potential site or seasonal effects
on parasitism. The Nehalennia species pair was collected at Hebert Bog (44°29’54.69”N, 76°24’
53.66”W) on 7 and 30 June 2011, and 24 June 2012; E. (Chromatallagma) and Argia species
pairs were collected at the edge of Lake Opinicon (44°33’56.32”N, 76°19’26.46”W) on 30 June
to 3 July, 2010 and from 3 to 10 July, 2010, respectively, and 17 July 2012; the species of the E.
(Enallagma) clade were collected at Barb Marsh (44°31’27.54”N, 76°22’25.89”W) on 25 May
2010, from 7 to 10 June 2010 and on 20 June 2012; Ischnura species pair was collected at Stony
Swamp (44°30’43.74”N, 76°23’39.32”W) on 4 and 10 July 2011, and on 1 July 1012. There has
been little variation in mite prevalence and resistance in consecutive years in these damselfly
populations for given species [27]. Collections made in 2010 or 2011 were used to assess host
species differences in resistance and levels of parasitism by the same or similar mite species,
whereas the samples of 2012 were used to assess species similarities or differences in PO activi-
ty, within species pairs.

Prevalence and intensity of mite infestations and proportion of
individuals resisting mites
Immediately upon collection, damselflies were stored in separate vials containing 95% ethanol
until processing. Each damselfly was examined with a Zeiss SteREO Discovery.v8 dissecting
microscope. Resisted Arrenurus water mites were recognized as flat, dark with no separation
between the ventral sclerites or dorsal plate in comparison to live mites which were round, red
or white (if preserved in ethanol) with ventral sclerites separated by non-scleritized tissue [25]
(Fig. 1). Numbers of live and resisted Arrenurus water mites were tallied to provide a propor-
tion of dead mites for each species. It is common for closely related host species collected from
the same site to share the same Arrenurus species [19].

Prevalence of Arrenurus parasitism was the proportion of individuals infected with at least
one water mite and intensity was the number of water mites per infected individual [28]. Pro-
portion of resisting host individuals was defined as the proportion of infected host individuals
with at least one resisted (dead) water mite. We made the assumption that all the resisted mites
were killed of melanisation by the host because this has been shown in other damselfly-mite as-
sociations, cf. [24,29], and because there was rarely high aggregation of parasites in the same
body region that would suggest severe competition between the mites and starvation as a cause
of mite death.

Innate immunity (total Phenoloxidase or potential PO activity)
For potential PO activity measures, adult damselflies were collected at the same sites in 2012,
as for collections upon which parasitism and resistance analyses were based in 2010 and 2011.
In 2012, we collected only hosts that were not infested by water mites to avoid PO already hav-
ing been mobilized to combat parasitism, and thus not reflecting true innate immunity. All
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individuals were kept at low temperature immediately after capture to prevent thermo sensitive
activation of the PO enzyme. In detail, the damselflies were stored in separate vials and placed
into an ice-filled cooler until further processing at the lab [17]. Collected individuals were
stored overnight in a fridge at 3°C. After removal from the fridge, each individual was placed in
liquid nitrogen for 10 s and placed in -80°C freezer.

The protocol used for the PO assay is as in Stoks et al. [30] and Iserbyt et al. [17]. In brief,
the damselflies were dissected by removing the head, pronotum, wings, legs and abdomen
from the excised thorax. The thorax, in an eppendorf tube, was dipped in liquid nitrogen for
10 s and crushed with a hand-held pestle. All dissections were performed on a cooled ice-pack
(-20°C) and all necessary products for the PO assay were cooled to 4°C to further reduce enzy-
matic degradation. Furthermore, all assays were performed within 3 months after sample col-
lection. In order to extract the PO, 300μl of cooled cacodylate buffer (0.01M C2H6AsNaO2–

0.005M CaCl2) was added to each eppendorf tube containing the crushed thorax. The cell walls
of the thorax were removed by centrifugation at 4°C at a speed of 15000rpm for 10 min. From
each thoracic extract, 100μl was placed into a well of the 96-well microplate along with 35μl
PBS buffer, 5μl α-chymotrypsin and was allowed to react for 5 min. After five minutes, 60μl of
L-DOPA (10mmol/L in cacodylate buffer) was added followed by thorough shaking.

Next, the cooled microplate was placed in a spectrophotometer (FLUOstar OPTIMAmicro-
plate reader, BMG Labtech). The temperature sensitive reaction proceeded for 30 min at 30°C
using an excitation filter of wavelength 485 nm. Twenty cycles were performed with 89-s dura-
tion per cycle. All absorbance readings were measured at the beginning of each cycle. Between
two readings, the microplate was shaken for 10 s prior to the beginning of a new cycle. Spectral
changes occur during this 30-min period due to temperature sensitive nature of this enzymatic
reaction. PO activity was scored as the slope of the absorbance-time regression during the line-
ar phase of the reaction. The first five measurements were consistently disregarded because the
enzymatic reaction, hence the regression fit, had not yet reached the appropriate linear phase.

As part of a correction for the PO assay, we measured and corrected for thoracic protein
content. Total protein content (including the content of the PO enzyme) was expected to rise
with individual body size. PO activity was controlled for total protein content, we calculated
the PO absolute values of the residuals by regression PO activity against total protein content
[17,30]. The protein content was assessed as follows: 5μl of the thorax extract was placed in a
new 96-well microplate with 155μl Mili-Q and 40μl Bradfort reagent. The microplate was
placed in the spectrophotometer (FLUOstar OPTIMA microplate reader, BMG Labtech) using
an absorption filter wavelength of 595. The reaction was run at 30°C for 6 min with continuous
shaking. Protein content was then determined by an endpoint reading and, within each plate,
compared with a standard curve with known concentrations of Bovine serum albumin (United
States Biochemical Corp, Bath—UK). Both physiological parameters (potential PO activity and
protein content) were assayed twice to allow replication and to reduce measurement errors.
The first and second measurements were typically strongly correlated for potential PO activity
(Pearson correlation: r = 0.99; N = 427; P<0.001) and for Protein content (Pearson correla-
tion: r = 0.89; N = 427; P<0.001; see also [17]). The mean of both readings were used for
further analyses.

Statistical analyses
Fisher Exact two-tailed tests were performed to explore for differences in prevalence of
infestation and proportion of individuals resisting between the sexes within each species and
for species differences within closely related species pairs (sexes separated and sexes pooled as
described below). A total of ten Fisher Exact two-tailed tests were run for differences in
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prevalence and proportion of individuals resisting in each species pair. This test was performed
because the sample sizes for certain species pairs (i.e. Ischnura) were small [31] and it allowed
to keep the statistical analyses consistent for all the species pairs. For differences in median in-
tensity of infestation within species pairs, five separate Mann-Whitney U-test were performed
for the five independent species pairs.

To test for differences in potential PO activity between species in the species pairs, separate
full factorial design General Linear Mixed Models (GLMMs) were run with PO activity as the
response variable and species, sex and thoracic protein content (to control for the size of host
[32]) as predictor variables for each of the five species pairs. To determine whether interspecific
variation in PO activity explains proportion of resisting individuals and whether either is relat-
ed to levels of parasitism, we first tested for significant differences among our the variables, sep-
arately. All analyses were performed in JMP 10.0.2 (SAS, 2012).

Results

Prevalence and intensity of mite infestations and proportion of
individuals resisting mites
A total of 1451 damselflies were collected to tabulate infection rates and natural resistance
(Table 1). Prevalence of Arrenurus parasitism varied from 4% (1–10%, 95% Clopper-Pearson
confidence interval) in A.moesta to 52% (42–62%, 95% Clopper-Pearson CI) in E. vesperum
(Fig. 2A). For infected host individuals, intensity ranged from one water mite per host individual
in A.moesta to 5.7 water mites per infected individual in E. vesperum (Fig. 2B) and proportion of
hosts resisting mites ranged from no host individuals resisting parasites in E. (E.) boreale and
N. irene to all host individuals resisting water mites inN. gracilis (Fig. 2C). We first tested for signif-
icant differences among our variables; the relation between proportion of resisting individuals and
total dead mites across species was correlated (Spearman r = 0.77, p = 0.009, see Table 1 for actual
values of both measures). Hereafter, we use only the proportion of resisting individuals as our mea-
sure of functional resistance (because each individual is only counted once in tabulations).

No sex differences in prevalence of Arrenurus parasitism were observed within each species,
except for Argia violaceae (P = 0.048), where males had less mites attached than did females
(S1 Table). There was no significant effect of sex in any of the species pairs in explaining varia-
tion in median intensity (S1 Table).

Based on the Fisher Exact two-tailed tests for differences between species within species
pairs, only Enallagma (Chromatallagma) had a significant (P<0.001) difference in prevalence
of Arrenurus parasitism observed. E. vesperum has a larger proportion of infected individuals
(Fig. 1A). There was a highly significant effect of species on proportion of individuals resisting
mites in two species pairs (Table 2, Fig. 2C) regardless of whether the sexes were pooled or
were separated (S1 Table). In Enallagma (Chromatallagma), E. vesperum was more likely to re-
sist water mites than its close relative E. signatum (p<0.007) and in Nehalennia, N. gracilis was
more likely to resist mite parasites than N. irene (p<0.001). In the other three species pairs,
there was no significant difference in proportion of resisting individuals (Table 2). Based on
the Mann-Whitney U-tests, intensity of Arrenurus parasitism was not statistically different be-
tween sibling species in any of the species pairs (Fig 2B; please refer to S2 Table for raw data on
measures of parasitism and resistance to water mites.)

Innate immunity (total phenoloxidase or potential PO activity)
A total of 427 damselfly individuals were used for the PO and thoracic protein assays (Table 1).
PO activity ranged from 0.51 ΔOD485nm/min (±0.04 SE) inN. gracilis to 5.18 ΔOD485nm/min
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(±0.25 SE) inA.moesta (Table 1). Based on the GLMM analyses, in two of the five species pairs,
there was significant effect of species on potential PO activity (Fig. 2D). Argia moesta had signifi-
cantly higher PO activity (F1,76 = 58.55, p<0.001) than A. violaceae. Similarly, in Ischnura, PO ac-
tivity was significantly higher (F1,78 = 10.55, p = 0.002) in I. verticalis than in I. posita. There was
no effect of species on potential PO activity in the Enallagma (C.), Enallagma (E.) or Nehalennia
species pairs (Table 3). Sex had a significant on potential PO activity in Ischnura (F1,78 = 17.48,
p<0.001), where males had less potential PO activity than females, but sex had minimal effect on

Table 1. Details of Arrenurus spp. parasitism, resistance and innate immunity measures in 10 species of damselflies sampled at five sites.

Species pair Species Resistance Innate Immunity

Sex N1 Ni Nr %dead N2 Slope PO correct

Argia A. moesta All 90 4 1 1/5 60 5.18±0.25 1.77±0.17

M 60 2 0 0/3 30 5.58±0.33 1.94±0.24

F 30 2 1 1/2 30 4.78±0.37 1.60±0.25

A. violaceae All 97 9 3 6/58 24 1.34±0.16 2.75±0.16

M 61 3 0 0/4 19 1.15±0.13 2.94±0.13

F 36 6 3 6/52 5 2.07±0.51 2.01±0.51

Enallagma E. boreale All 99 23 0 0/145 40 2.61±0.24 1.18±0.14

(E) M 91 19 0 0/124 34 2.44±0.26 0.94±0.43

F 8 4 0 0/21 6 3.52±0.43 1.22±0.15

E. ebrium All 311 104 13 26/901 30 2.56±0.19 0.78±0.12

M 288 95 12 18/718 30 2.56±0.19 0.78±0.12

F 23 9 1 8/83 0 NA NA

Enallagma E. signatum All 120 32 4 5/336 28 0.67±0.06 0.26±0.03

(c) M 84 23 4 5/256 14 0.53±0.07 0.30±0.03

F 36 9 0 0/80 14 0.81±0.07 0.22±0.04

E. vesperum All 101 53 30 73/580 49 0.74±0.06 0.32±0.04

M 67 33 18 44/378 49 0.74±0.06 0.32±0.04

F 34 20 12 29/202 0 NA NA

Ischnura I. posita All 124 10 1 1/11 27 1.18±0.12 0.90±0.09

M 70 6 1 1/5 16 0.93±0.11 1.09±0.11

F 54 4 0 0/6 11 1.54±0.21 0.63±0.12

I. verticalis All 17 2 1 1/1 59 2.37±0.20 1.21±0.13

M 10 2 1 1/1 28 1.44±0.17 0.91±0.10

F 7 0 0 0/0 31 3.22±0.27 1.45±0.22

Nehalennia N. gracilis All 208 24 24 51/0 49 0.51±0.04 0.21±0.03

M 175 21 21 46/0 33 0.45±0.04 0.18±0.03

F 33 3 3 5/0 16 0.62±0.08 0.29±0.05

N. irene All 283 45 0 0/80 60 0.87±0.06 0.37±0.04

M 240 34 0 0/57 32 0.71±0.05 0.26±0.03

F 43 11 0 0/23 28 1.05±0.11 0.49±0.07

N1 = total sample size used for estimating prevalence and intensity of infection and proportion of resisting individuals by water mites

Ni = number of the total number of hosts that were infected

Nr = number of total number of infected hosts that resisted one or more mites, %dead = proportion of attached mites being dead and

N2 = Total sample size for innate immunity part of the study.

Innate immunity is estimated as phenoloxidase (PO) activity, presented by the slope of the kinetic reaction (Δod485/min) and by PO corrected for protein

content by using absolute values of the residuals of PO activity by total protein content regression within each species pair. Mean ± 1 SE is given.

doi:10.1371/journal.pone.0115539.t001
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potential PO activity in any of the remaining species pairs (Table 3). We could not test for sex dif-
ferences in potential PO activity in Enallagma (E.) and Enallagma (C.) because no females of E.
ebrium or E. vesperum, respectively, were caught. The females of E. boreale and E. signatumwere
therefore excluded from the GLMM analyses for these two species pairs (please refer to S3 Table
for raw data on PO activity).

Proportion of resisting individuals was significantly different in Enallagma (C.) andNehalennia
but only Enallagma (C.) also showed the predicted difference in prevalence of Arrenurus parasitism
(Fig. 2). Significant differences in potential PO activity did not parallel any of the significant dif-
ferences in prevalence of parasitism or in proportion of resisting individuals (Fig. 1).

Discussion
Within host species pairs, the measures observed in this study (prevalence, intensity, propor-
tion of mite-resisting individuals and potential PO activity) did not parallel one another. For
example, a species with higher proportion of mite-resisting individuals was not the same spe-
cies as the one with higher potential PO activity. Within the genera Argia and Ischnura, one
species had significantly higher potential PO activity but proportion of mite-resisting individu-
als was not different between the two species in each species pair. Interestingly, closely related
species often have similar levels of potential PO activity. For example, Nehalennia species

Fig 2. Differences between (A) Prevalence of Arrenuruswater mites parasitism, (B) intensity of Arrenuruswater mite parasitism, (C) proportion of
Arrenurus resisting individuals, and (D) the measurement of PO activity that is activated as an immune response in ten coenagrionid damselfly
species grouped by species pair. Prevalence of resisted mites (error bars ±95%Clopper-Pearson confidence intervals) is defined as the percent of the
proportion of infected damselflies which resisted at least one water mite parasite. PO activity (error bars ±SE) is based on mean values from the PO assay
controlled for by thoracic protein content. Grey bars = significant differences within a species pair.

doi:10.1371/journal.pone.0115539.g002

Table 2. Fisher exact two-tail test results of the differences in prevalence and proportion of individuals resisting water mite parasites and Mann-
Whitney U-test for differences in intensity between the species within each damselfly species pair.

Host species pair Prevalence Intensity Proportion of individuals resisting

P Z P P

Argia 0.254 0.00 1.00 1.000

Enallagma (C) <0.001 1.06 0.290 <0.001

Enallagma (E) 0.062 1.09 0.277 0.123

Ischnura 0.639 0.25 0.803 0.318

Nehalennia 0.235 0.92 0.360 <0.001

doi:10.1371/journal.pone.0115539.t002
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showed no difference in PO activity but N. gracilis had proportionally more individuals that
resisted mites. Similarly in Enallagma (Chromatallagma), there was no difference in potential
PO activity but E. (C.) vesperum had more mite resisting individuals. Finally, in Enallagma
(Enallagma), there was no significant difference in proportion of mite-resisting individuals or
in potential PO activity. Even though yearly environmental factors could have effects when
comparing potential PO activity and resistance, such variation is controlled for in the compari-
son between levels of parasitism and proportions of mite-resisting individuals.

The main interspecific differences documented (Argia and Ischnura for potential PO activi-
ty, and Enallagma Chromatallagma and Nehalennia for proportion of mite-resisting individu-
als) were puzzling because there was no obvious pattern across species pairs, among the
measures taken. There are possible reasons for the documented singular patterns. In Argia, cu-
ticular coloration may explain the differences in potential PO activity, as phenoloxidase is an
important enzyme in the formation of cuticular melanin. Argia moesta is larger, darker and has
higher potential PO activity than A. violacaea. In mealworm beetles, darker individuals had
higher immune capacity than their paler counterparts [33], but in the case of Argia a darker

Table 3. GLMM results of species determining the differences in PO activity within each damselfly species pair.

Host species pair Effect df F P

Argia Species 1, 76 58.55 <0.001

Protein content 1, 76 0.00 0.978

Sex 1, 76 0.07 0.797

Species*Protein content 1, 76 0.59 0.445

Species*Sex 1, 76 2.52 0.117

Sex*Protein content 1, 76 1.15 0.286

Species*Protein content*Sex 1, 76 0.57 0.451

Enallagma E Species 1, 60 0.00 0.995

Protein content 1, 60 0.58 0.447

Species*Protein content 1, 60 3.08 0.084

Enallagma C Species 1, 57 3.20 0.079

Protein content 1, 57 1.18 0.282

Species*Protein content 1, 57 1.06 0.308

Ischnura Species 1, 78 10.55 0.002

Protein content 1, 78 0.54 0.465

Sex 1, 78 17.48 <0.001

Species*Protein content 1, 78 0.28 0.597

Species*Sex 1, 78 1.99 0.162

Sex*Protein content 1, 78 0.18 0.669

Species*Protein content*Sex 1, 78 0.13 0.721

Nehalennia Species 1, 95 2.56 0.112

Protein content 1, 95 1.32 0.253

Sex 1, 95 1.96 0.165

Species*Protein content 1, 95 0.06 0.813

Species*Sex 1, 95 1.86 0.176

Sex*Protein content 1, 95 0.71 0.403

Species*Protein content*Sex 1, 95 0.01 0.914

GLMM results include the full factorial effect of species, sex and thoracic protein content. Significant differences for the species differences are in bold.

Sex was not included in the Enallagma E and Enallagma C species pairs because no females were collected for those species.

doi:10.1371/journal.pone.0115539.t003
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cuticle does not translate into a higher proportion of mite-resisting individuals. In Ischnura,
differences in potential PO activity may be due to the parasite pressure on the more ubiquitous
species I. verticalis. Host species present at more sites are expected to have higher numbers of
interspecific interactions and such species are expected to require more general protection
from a greater assortment of parasites, than their less well-distributed counterparts [34]. In the
case of Enallagma (C.), E. vesperum has higher water mite prevalence and higher proportion of
mite-resisting individuals than E. signatum [35]. These Arrenurus species could have co-
evolved with E. vesperum whereby this host species is able to recognize and defend itself at least
partially against the parasite. Similarly strong species differences, in resistance to parasites,
have been observed in Nehalennia sampled from bogs [30] and Sympetrum from ephemeral
ponds [25]. Specifically, N. gracilis resists the parasites [35] whereas N. irene does not. In line
with earlier suggestions, Nehalennia gracilismay have evolved to recognize parasites because it
exists in fragmented populations with limited gene flow [36]. This general hypothesis might
also help explain variation in resistance expression within species pairs of Sympetrum [24].

Importantly, variation in immune response and resistance has been documented in many
studies examining the costs and benefits of resistance to pathogens such as bacteria. In inverte-
brates, studies demonstrate that genetic heterogeneity influences resistance to pathogens be-
tween distinct populations of Drosophila [37], Daphnia [38], Bombus [39] and Calopteryx [40].
Additionally, another study demonstrates that two sympatric species of totricid moths respond
differently to parasitoids [5]. Our study differs from the earlier studies, but is similar to the
moth study, because we include variation in resistance between different host species collected
from the same site and not different populations of a species from different sites. Additionally,
resistance in these studies is not as easily observed as for the damselfly-water mite host-parasite
system because resisted (dead) water mites remain on the host damselfly. Recently, a study
compared immune responses to nylon inserts in two differentially resisting lestid damselflies
[23]. The authors found that Lestes forcipatus (Rambur) which resists its parasites more readily
melanises the inserts more than Lestes disjunctus (Selys), a species with lower resistance. In the
case of lestid damselflies, it seems that a species resistance and its induced immune responses
are linked when the specificity of the challenge is controlled for. In our study, parasites might
have evolved evasion of recognition by some host species’ immune systems because of the co-
evolutionary history between certain damselfly hosts- Arrenurus parasites.

As mentioned, there are caveats for using PO activity as an appropriate measure of innate
immunity in insects and our study further emphasizes this point. Gonzalez-Santoyo et al. [22]
reviewed the success of PO activity in insect immunity; based on the literature, 11 of 23 papers
that reported PO activity in terms of innate immunity found a positive relationship between
PO activity and successful pathogen defence. Of the remaining 12 papers, half found a negative
relationship and the other six found no relationship. The main explanation for this variability
is suggested to be the high costs of this defence mechanism and its dependence on resources ac-
quired in the past by the host. Recently, Moreno et al. [9] tested the range and efficacy of cur-
rently used proxies of immune response including PO activity. Their major issue with PO
activity was that with long term storage, even in -70°C temperature, PO activity could be de-
graded or spontaneously activated. There is no question that PO activity plays a role in insect
innate immunity, but it is very species specific. There is a debate about the relevance of PO ac-
tivity as a proxy for innate immunity because the PO cascade is also used for different functions
such as cuticular melanisation, wound healing and egg tanning in females [41,42]. Variation in
storage was controlled for in this study (i.e. all the individuals were treated the same way; first
held overnight in a fridge at 4°C, frozen in liquid nitrogen the following day and all lab analyses
were performed within six months after capture). However, subtle differences between related
host species in traits like importance of PO for cuticular melanisation remain unknown.
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In conclusion, we found that resistance measured as proportion of mite-resisting individuals
among species does not reflect prevalence or intensity of water mite parasitism and neither
measure relates to interspecific variation in potential PO activity between related species. In
only one case, Enallagma (Chromatallagma), proportion of mite-resisting individuals reflects
prevalence of water mite parasitism. Even though melanisation has a documented immune
function in damselflies, investment in PO is likely to be traded off with other uses such as cuti-
cle formation (for blackflies [43]). As Gonzalez et al. [22] suggest, our knowledge of ecological
immunology is ever increasing, but we do not yet have the full understanding on PO activity.
Gross interspecies differences in PO among related species are not often studied, especially in
relation to functional immunity. Other innate immunity proxies (i.e. hematocyte counts, nitric
oxide and hemolymph lysozyme activity) may be better predictors of resistance to parasites.
We encourage future studies of other invertebrate taxa to make investigations into other factors
such as host recognition, and not rely on one or more measures of innate immunity in isola-
tion, as is often the case. Such studies will help identify some of the constraints on immune sys-
tem evolution and function.

Supporting Information
S1 Table. Fisher exact two-tailed tests of the differences in prevalence of water mite parasit-
ism, proportion of individuals resisting water mite parasites and Mann-Whitney U-test for
differences in water mite intensity between sexes within ten Coenagrionidae species.
(DOCX)

S2 Table. Raw data on measures of parasitism and resistance in ten Coenagrionidae species
to Arrenurus water mites.
(XLSX)

S3 Table. Raw data on PO activity in ten coenagrionid species.
(XLS)

Acknowledgments
We thank A. Morrill, V. Putinski for help in the field, A. Golshani, M. Smith and J. Vierula for
allowing us to use their facilities and equipment for the immune assays, and J. Suhonen and
two anonymous reviewers for discussion on earlier versions of the manuscript. This study was
funded by a Natural Sciences and Engineering Research Council (NSERC) Canada Graduate
Scholarship awarded to JJM and a NSERC discovery grant awarded to MRF. AI was funded by
the agency for Innovation by Science and Technology (IWT Flanders) and the Fund for Scien-
tific Research (FWO Flanders).

Author Contributions
Conceived and designed the experiments: JJMMRF. Performed the experiments: JJM AI LN.
Analyzed the data: JJM. Contributed reagents/materials/analysis tools: JJM MRF AI. Wrote the
paper: JJMMRF AI LN.

References
1. Poulin R (2007) Evolutionary ecology of parasites.: Princeton University Press. doi: 10.14219/jada.

archive.2007.0217 PMID: 17519885

2. Mlynarek JJ, Hassall C, Forbes MR (2012) Higher gregarine parasitism often in sibling species of host
damselflies with smaller geographical distributions. Ecol Entomol 37: 419–425.

Damselfly Parasitism, Immune Proxies and Resistance

PLOS ONE | DOI:10.1371/journal.pone.0115539 February 6, 2015 11 / 13

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0115539.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0115539.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0115539.s003
http://dx.doi.org/10.14219/jada.archive.2007.0217
http://dx.doi.org/10.14219/jada.archive.2007.0217
http://www.ncbi.nlm.nih.gov/pubmed/17519885


3. Morand S, Krasnov BR (2010) The biogeography of host-parasite interactions. Oxford: Oxford Univer-
sity Press. doi: 10.1111/j.1758-8111.2010.00001.x PMID: 25586969

4. Ayres JS, Schneider DS (2008) A signaling protease required for melanization in drosophila affects re-
sistance and tolerance of infections. Plos Biology 6: 2764–2773. doi: 10.1371/journal.pbio.0060305
PMID: 19071960

5. Vogelweith F, Thiery D, Moret Y, Colin E, Motreuil S, et al. (2014) Defense strategies used by two sym-
patric vineyard moth pests. J Insect Physiol 64: 54–61. doi: 10.1016/j.jinsphys.2014.03.009 PMID:
24662468

6. Marmaras V, Charalambidis N, Zervas C (1996) Immune response in insects: The role of phenoloxi-
dase in defense reactions in relation to melanization and sclerotization. Arch Insect Biochem Physiol
31: 119–133. PMID: 8580494

7. Gonzalez-Santoyo I, Cordoba-Aguilar A, Gonzalez-Tokman DM, Lanz-Mendoza H (2010) Phenoloxi-
dase activity and melanization do not always covary with sexual trait expression in hetaerina damsel-
flies (insecta: Calopterygidae). Behaviour 147: 1285–1307.

8. Sugumaran M (2002) Comparative biochemistry of eumelanogenesis and the protective roles of pheno-
loxidase and melanin in insects. Pigment Cell Research 15: 2–9. PMID: 11837452

9. Moreno-Garcia M, Cordoba-Aguilar A, Conde R, Lanz-Mendoza H (2013) Current immunity markers in
insect ecological immunology: Assumed trade-offs and methodological issues. Bull Entomol Res 103:
127–139. doi: 10.1017/S000748531200048X PMID: 22929006

10. Kanost MR, Gorman MJ (2008) Phenoloxidases in insect immunity. In: Beckage N, editor. Insect Immu-
nology. San Diego: Academic Press/Elsevier. pp. 69–96.

11. Wilson K, Cotter SC (2013) Host–Parasite interactions and the evolution of immune defense. In: Brock-
mann HJ, Roper TJ, Naguib M, Barrett L, editors. Advances in the Study of Behavior.: Elsevier Inc.: Ac-
ademic Press. pp. 81–174.

12. Schmid-Hempel P (2005) Evolutionary ecology of insect immune defenses. Annu Rev Entomol 50:
529–551. PMID: 15471530

13. Binggeli O, Neyen C, Poidevin M, Lemaitre B (2014) Prophenoloxidase activation is required for surviv-
al to microbial infections in drosophila. Plos Pathogens 10: e1004067. doi: 10.1371/journal.ppat.
1004067 PMID: 24788090

14. Jearaphunt M, Noonin C, Jiravanichpaisal P, Nakamura S, Tassanakajon A, et al. (2014) Caspase-1-
like regulation of the proPO-system and role of ppA and caspase-1-like cleaved peptides from proPO in
innate immunity. PLoS Pathogens 10: e1004059–e1004059. doi: 10.1371/journal.ppat.1004059
PMID: 24722332

15. Smilanich AM, Dyer LA, Gentry GL (2009) The insect immune response and other putative defenses as
effective predictors of parasitism. Ecology 90: 1434–1440. PMID: 19569356

16. Fedorka K, Lee V, Winterhalter W (2013) Thermal environment shapes cuticle melanism and melanin-
based immunity in the ground cricket Allonemobius socius. Evol Ecol 27: 521–531.

17. Iserbyt A, Van GossumH, Stoks R (2012) Biogeographical survey identifies consistent alternative
physiological optima and a minor role for environmental drivers in maintaining a polymorphism. Plos
One 7: e32648. doi: 10.1371/journal.pone.0032648 PMID: 22384278

18. Sanchez-Guillen RA, Martinez-Zamilpa SMJ, Jimenez-Cortes JG, Forbes MRL, Cordoba-Aguilar A
(2013) Maintenance of polymorphic females: Do parasites play a role? Oecologia 171: 105–113. doi:
10.1007/s00442-012-2388-7 PMID: 22710614

19. Mlynarek JJ, KneeW, Forbes MR (2013) Relative geographic range of sibling species of host damsel-
flies does not reliably predict differential parasitism by water mites. BMC Ecology 13: 50. doi: 10.1186/
1472-6785-13-50 PMID: 24351055

20. Rolff J (2001) Effects of age and gender on immune function of dragonflies (odonata, lestidae) from a
wild population. Can J Zool 79: 2176–2180.

21. Contreras-Garduno J, Lanz-Mendoza H, Cordoba-Aguilar A (2007) The expression of a sexually select-
ed trait correlates with different immune defense components and survival. in males of the american
rubyspot. J Insect Physiol 53: 612–621. PMID: 17451742

22. Gonzalez-Santoyo I, Cordoba-Aguilar A (2012) Phenoloxidase: A key component of the insect immune
system. Entomol Exp Appl 142: 1–16.

23. Nagel L, Mlynarek JJ, Forbes MR (2011) Immune response to nylon filaments in two damselfly species
that differ in their resistance to ectoparasitic mites. Ecol Entomol 36: 736–743.

24. Yourth C, Forbes M, Smith B (2002) Immune expression in a damselfly is related to time of season, not
to fluctuating asymmetry or host size. Ecol Entomol 27: 123–128.

Damselfly Parasitism, Immune Proxies and Resistance

PLOS ONE | DOI:10.1371/journal.pone.0115539 February 6, 2015 12 / 13

http://dx.doi.org/10.1111/j.1758-8111.2010.00001.x
http://www.ncbi.nlm.nih.gov/pubmed/25586969
http://dx.doi.org/10.1371/journal.pbio.0060305
http://www.ncbi.nlm.nih.gov/pubmed/19071960
http://dx.doi.org/10.1016/j.jinsphys.2014.03.009
http://www.ncbi.nlm.nih.gov/pubmed/24662468
http://www.ncbi.nlm.nih.gov/pubmed/8580494
http://www.ncbi.nlm.nih.gov/pubmed/11837452
http://dx.doi.org/10.1017/S000748531200048X
http://www.ncbi.nlm.nih.gov/pubmed/22929006
http://www.ncbi.nlm.nih.gov/pubmed/15471530
http://dx.doi.org/10.1371/journal.ppat.1004067
http://dx.doi.org/10.1371/journal.ppat.1004067
http://www.ncbi.nlm.nih.gov/pubmed/24788090
http://dx.doi.org/10.1371/journal.ppat.1004059
http://www.ncbi.nlm.nih.gov/pubmed/24722332
http://www.ncbi.nlm.nih.gov/pubmed/19569356
http://dx.doi.org/10.1371/journal.pone.0032648
http://www.ncbi.nlm.nih.gov/pubmed/22384278
http://dx.doi.org/10.1007/s00442-012-2388-7
http://www.ncbi.nlm.nih.gov/pubmed/22710614
http://dx.doi.org/10.1186/1472-6785-13-50
http://dx.doi.org/10.1186/1472-6785-13-50
http://www.ncbi.nlm.nih.gov/pubmed/24351055
http://www.ncbi.nlm.nih.gov/pubmed/17451742


25. Forbes M, Muma K, Smith B (1999) Parasitism of sympetrum dragonflies by arrenurus planus mites:
Maintenance of resistance particular to one species. Int J Parasitol 29: 991–999. PMID: 10501609

26. May M (2002) Phylogeny and taxonomy of the damselfly genus enallagma and related taxa (odonata:
Zygoptera: Coenagrionidae). Syst Entomol 27: 387–408.

27. Nagel L, Robb T, Forbes MR (2010) Inter-annual variation in prevalence and intensity of mite parasitism
relates to appearance and expression of damselfly resistance. BMC Ecology 10: 5–5. doi: 10.1186/
1472-6785-10-5 PMID: 20152057

28. Rozsa L, Reiczigel J, Majoros G (2000) Quantifying parasites in samples of hosts. J Parasitol 86: 228–
232. PMID: 10780537

29. Yourth C, Forbes M, Smith B (2001) On understanding variation in immune expression of the damsel-
flies lestes spp. Can J Zool 79: 815–821.

30. Stoks R, De Block M, Slos S, Van Doorslaer W, Rolff J (2006) Time constraints mediate predator-in-
duced plasticity in immune function, condition, and life history. Ecology 87: 809–815. PMID: 16676523

31. Zar JH (1999) Biostatistical analysis. Upper Saddle River, N.J: Prentice Hall.

32. Marden JH (2000) Variability in the size, composition, and function of insect flight muscles. Annu Rev
Physiol 62: 157–178. PMID: 10845088

33. Armitage S, Siva-Jothy M (2005) Immune function responds to selection for cuticular colour in tenebrio
molitor. Heredity 94: 650–656. PMID: 15815710

34. Morand S, Bordes F, Pisanu B, de Bellocq JG, Krasnov B (2010) The geography of defence. In: Morand
S, Krasnov B, editors. The Biogeography of Host-Parasite Interactions. Oxford, U.K.: Oxford University
Press. pp. 159–173.

35. Mlynarek JJ, KneeW, Forbes MR (2014) Explaining susceptibility and resistance to a multi-host para-
site. Evol Biol 41: 115–122.

36. Forbes MR, Mlynarek JJ (2014) A hypothesis to explain host species differences in resistance to multi-
host parasites. Ideas in Ecology and Evolution 7: 17–24.

37. Corby-Harris V, Promislow DEL (2008) Host ecology shapes geographical variation for resistance to
bacterial infection in drosophila melanogaster. J Anim Ecol 77: 768–776. doi: 10.1111/j.1365-2656.
2008.01399.x PMID: 18489569

38. Pauwels K, De Meester L, Decaestecker E, Stoks R (2011) Phenoloxidase but not lytic activity reflects
resistance against pasteuria ramosa in daphnia magna. Biology Letters 7: 156–159. doi: 10.1098/rsbl.
2010.0634 PMID: 20810432

39. Whitehorn PR, Tinsley MC, Brown MJF, Darvill B, Goulson D (2011) Genetic diversity, parasite preva-
lence and immunity in wild bumblebees. Proceedings of the Royal Society B-Biological Sciences 278:
1195–1202. doi: 10.1098/rspb.2010.1550 PMID: 20926436

40. Kaunisto KM, Viitaniemi HM, Leder EH, Suhonen J (2013) Association between host's genetic diversity
and parasite burden in damselflies. J Evol Biol 26: 1784–1789. doi: 10.1111/jeb.12177 PMID:
23865399

41. Sugumaran M, Nellaiappan K, Valivittan K (2000) A newmechanism for the control of phenoloxidase
activity: Inhibition and complex formation with quinone isomerase. Arch Biochem Biophys 379: 252–
260. PMID: 10898942

42. Bidla G, Hauling T, Dushay MS, Theopold U (2009) Activation of insect phenoloxidase after injury: En-
dogenous versus foreign elicitors. Journal of Innate Immunity 1: 301–308. doi: 10.1159/000168009
PMID: 20375588

43. Ham PJ, Hagen H, Baxter AJ, Grunewald J (1995) Mechanisms of resistance to onchocerca infection
in blackflies. Parasitology Today 11: 63–67. PMID: 15275375

Damselfly Parasitism, Immune Proxies and Resistance

PLOS ONE | DOI:10.1371/journal.pone.0115539 February 6, 2015 13 / 13

http://www.ncbi.nlm.nih.gov/pubmed/10501609
http://dx.doi.org/10.1186/1472-6785-10-5
http://dx.doi.org/10.1186/1472-6785-10-5
http://www.ncbi.nlm.nih.gov/pubmed/20152057
http://www.ncbi.nlm.nih.gov/pubmed/10780537
http://www.ncbi.nlm.nih.gov/pubmed/16676523
http://www.ncbi.nlm.nih.gov/pubmed/10845088
http://www.ncbi.nlm.nih.gov/pubmed/15815710
http://dx.doi.org/10.1111/j.1365-2656.2008.01399.x
http://dx.doi.org/10.1111/j.1365-2656.2008.01399.x
http://www.ncbi.nlm.nih.gov/pubmed/18489569
http://dx.doi.org/10.1098/rsbl.2010.0634
http://dx.doi.org/10.1098/rsbl.2010.0634
http://www.ncbi.nlm.nih.gov/pubmed/20810432
http://dx.doi.org/10.1098/rspb.2010.1550
http://www.ncbi.nlm.nih.gov/pubmed/20926436
http://dx.doi.org/10.1111/jeb.12177
http://www.ncbi.nlm.nih.gov/pubmed/23865399
http://www.ncbi.nlm.nih.gov/pubmed/10898942
http://dx.doi.org/10.1159/000168009
http://www.ncbi.nlm.nih.gov/pubmed/20375588
http://www.ncbi.nlm.nih.gov/pubmed/15275375


<<
  /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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /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 true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


