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Abstract In solitary parasitoids, only one adult can emerge
from a given host. In some of these species, when several eggs
are laid on the same host, supernumerary individuals are
eliminated by lethal larval fights. In the solitary parasitoid
Anisopteromalus calandrae, the probability of a second larva
winning the fight depends on the time elapsed since the first
oviposition. The older the first egg is at the moment a second
egg is laid, the less chance the second egg has of winning the
competition. As a consequence, females of this species lay
their eggs preferentially on recently parasitized hosts rather
than on hosts parasitized by an egg about to hatch.
Anisopteromalus calandrae females parasitize bruchid larvae
located in cowpea seeds. In a series of choice test experi-
ments using an artificial seed system, we demonstrated that
the cue that allows parasitoid females to differentiate between
hosts parasitized for different lengths of time comes from the
host and not from the artificial seed or the previously laid
egg. This cue is perceived at short range, indicating that the
chemicals involved are probably partly volatile. Interestingly,
although parasitism stops host development, cuticular profiles
continue to evolve, but in a different way from those of
unparasitized hosts. This difference in the host’s cuticular
profile after parasitism, therefore, probably underlies the
parasitoid female’s discrimination.
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Introduction

Parasitoid females have to localize hosts to lay their eggs.
This localization often is mediated by semiochemicals that
can have different origins, such as volatiles released by
plants when attacked by herbivores, chemical markers left
by host females when they oviposit, or host sex or
aggregative pheromones (for a review see Hilker and
McNeil 2008). For example, the aphid parasitoid Aphidius
ervi (Hymenoptera: Braconidae) is attracted by volatiles
emitted by the blackcurrant when attacked by aphids
(Birkett et al. 2000). Similarly, the Pteromalid wasps
Dinarmus basalis and Anisopteromalus calandrae can
localize their bruchid larvae hosts in cowpea seeds due to
chemical markers deposited by the bruchid females after
oviposition (Kumazaki et al. 2000; Onodera et al. 2002).
After locating their hosts, females have to select which
host to parasitize. Indeed, all hosts are not of equal quality,
and one of the important parameters influencing this quality
is the host’s parasitized status. Hosts that have been
parasitized already have a lower quality than those that
are unparasitized because of the competition among larvae
resulting from several clutches laid on the same host
(Godfray 1994). In some solitary parasitoids, when several
eggs are laid in or on the same host, larvae fight until only
one remains. Only one adult thus can emerge from a given
host in these species (Hubbard et al. 1987). Parasitoid
females generally are able to discriminate between these
two categories of hosts (Gauthier et al. 1996; Weber et al.
1996; Darrouzet et al. 2007; Lebreton et al. 2009a). These
discrimination capacities may be based on perception of
different chemical markers deposited by the first parasitoid
during parasitization (V6lkl and Mackauer 1990; Jaloux et
al. 2005; Stelinski et al. 2007) as well as on alarm
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pheromones produced by the host itself after having been
stung the first time (Outreman et al. 2001). In other species,
host discrimination can be based on the interaction of
several protagonists. In the ectoparasitoid D. basalis for
example, the cue is located on the host, but a transfer of
molecules from the parasitoid egg to the host is needed over
an extended period (Gauthier and Monge 1999).

It would appear disadvantageous for a parasitoid female
to lay several eggs on the same host or to lay eggs on
already parasitized hosts. This behavior, called superpara-
sitism, has, however, been demonstrated to be adaptive
under certain circumstances, particularly when unparasit-
ized hosts are scarce or distances between oviposition
patches are long (van Alphen and Visser 1990). When
females are confronted with several parasitized hosts, the
survival probability of their offspring can vary from one
host to another depending on different factors. Among
these, the time elapsed between the two ovipositions is one
of the more important (Visser et al. 1992; van Baaren and
Nénon 1996; Goubault et al. 2003; Lebreton et al. 2009a);
the older the first egg, the less chance the second egg has of
surviving, because the previously laid egg hatches first and
the larva kills the second egg before it can hatch (Godfray
1994). In a previous study with the solitary ectoparasitoid
Anisopteromalus calandrae, we demonstrated that survival
probability of a second egg decreases strongly when the
time interval between two ovipositions increases (Lebreton
et al. 2009a). On the other hand, two eggs laid at the same
time have about the same probability of winning the
competition, while the survival probability of the second
egg decreases to 15% when it is laid shortly before the
hatching of the first egg. As a consequence, females lay
their eggs preferentially on recently parasitized hosts rather
than on those parasitized by an egg about to hatch
(Lebreton et al. 2009a).

The present study aimed to identify the cue responsible
for this discrimination capacity. Anisopteromalus calandrae
females parasitize bruchid larvae contained in cowpea
seeds. When a female encounters a seed containing a host,
she taps the seed surface with her antennae to locate the
exact position of the host, and then she inserts her
ovipositor into the seed in order to probe the host. The
cue perceived by females thus could come from a
quantitative or qualitative change in an external marker
deposited by the first female after oviposition. It also could
be due to an internal marker that originates from the host in
response to the first sting, which could evolve with time, or
from modifications to the egg itself that probably take place
during its development. In some species, consecutive cues
of different origins inform females about the parasitized
status of a host (Islam and Copland 2000; Outreman et al.
2001). Perception of one or more of these cues can inform
parasitoid females of the time elapsed since the first
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parasitism. However, to our knowledge, the few studies
that have dealt with this discrimination capacity have never
focused on the chemical signals involved.

In the present study, we aimed to investigate whether the
cue perceived by females and involved in discrimination
between hosts parasitized for different lengths of time
originates from the seed, the host, or the egg. For this
purpose, by using an artificial seed system, we performed a
series of choice tests, in which we presented females with
either parasitized seeds, previously laid eggs, or parasitized
hosts. After locating the cue, we investigated which
compounds could be involved by using gas chromatogra-
phy and mass spectrometry.

Methods and Materials

Insect Rearing Anisopteromalus calandrae were reared in
the laboratory on larvae and pupae of the bruchid
Callosobruchus maculatus (Coleoptera: Bruchidae). Both
C. maculatus and A. calandrae originated from Ivory Coast
(collected in 2000) and were mass-reared under conditions
close to that of their area of origin: 12 hr light at 29°C,
12 hr dark at 22°C, and 65% r.h.

Behavioral Analysis To obtain parasitized hosts, we used
an artificial seed system consisting of gelatine capsules
(1.5 cm long x 0.6 cm diam) containing a bruchid larva
(Gauthier and Monge 1999; Darrouzet et al. 2003). The
bruchid L4 larvae were placed inside the capsules after
removal from seeds by dissection and selection by size.
Five capsules were proposed to a group of 5 virgin females
during a 2 hr period in a climatic chamber (29°C, 65% r.h.).
Because Hymenopteran parasitoids reproduce by arrheno-
tokous parthenogenesis, virgin females were able to lay
only male eggs, which avoids a bias due to the sex of the
eggs during the choice test. At the end of the exposure
period, eggs on parasitized hosts were located with a
dissecting microscope, and parasitized artificial seeds were
selected for choice tests.

Choice tests consisted of two artificial seeds each
containing one host, one which had been parasitized for
2 hr (recently parasitized capsule, P 2 hr) and the other for
28 hr (parasitized by an egg about to hatch, P 28 hr), placed
in a Petri dish (3.5 cm diam x 1 c¢cm high) (Lebreton et al.
2009a). The two capsules were separated by 0.5 cm. To
determine whether the cue perceived by females was
located on the capsule, on the egg, or on the host, three
choice tests were performed, each offering a different part
of the artificial seed system to the females. In test 1,
capsules were presented that had contained hosts previously
parasitized for 2 hr and 28 hr, but now contained an
unparasitized host. In test 2, 2- and 28-h-old eggs were
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offered in a clean capsule, on an unparasitized host. Finally,
in test 3, hosts parasitized for 2 and 28 hr, from which eggs
had been removed, were offered in clean capsules.

In a previous study, we demonstrated that mated females
distinguish between 2 and 28 hr parasitized artificial seeds
(Lebreton et al. 2009a). In the present study, to avoid a bias
due to the mating status of females, mated females also
carried out these choice tests. The whole oviposition
sequence was observed (first capsule visited, capsule with
oviposition). The tests ended as soon as females laid an egg
but lasted no more than 2 hr to avoid the first egg hatching
during the test. After the test, females were removed from
the Petri dish. The first capsules visited and the selected
capsules were noted. Statistical analyses were performed
with a x-test.

Chemical Analysis of the Hosts’ Cuticular Profile We
quantified and identified the chemical compounds present
on the host cuticle. For this purpose, samples from one
bruchid larva were extracted in 10 ul of pentane, to
which 2 pl of an internal standard (C20) were added for
1 min. Samples were analyzed with a Perkin-Elmer
Autosystem XL GC (Perkin-Elmer, Wellesley, MA,
USA) equipped with a flame ionization detector (FID)
and interfaced with Turbochrom workstation software.
Each sample was dried to 2 ul. These 2 pl then were
injected into the GC-FID injector heated to 220°C in
splitless mode, and analyzed by using a BP1 capillary
column, which was temperature programmed from 50°C
(2 min hold) to 310°C at 7°C/min with a final hold of
10 min. Five categories of host were analyzed: larvae
parasitized for 2 hr (P 2 hr, N=6) or 28 hr (P 28 hr, N=
14) and unparasitized larvae stored in the same conditions
as 2 hr (UnP 2 hr, N=9) or 28 hr parasitized hosts (UnP
28 hr, N=9). As some unparasitized larvae develop to a
pre-pupa stage after 28 hr, unparasitized pre-pupae (UnP
Pre-pupae, N=6) also were analyzed. The components
were identified by GC-MS analysis, performed using a
Hewlett-Packard 5890 GC system coupled to a 5989A
MS, controlled by HP chemstation software. Hydrocar-
bons were identified tentatively by their mass spectra
(Lockey 1988; Blomquist 2010) and corroborated by their
ECL indices. Individual samples and pools of 2 hr and
28 hr parasitized hosts were injected into the GC/MS
injector following the same procedure as described above.
To analyze whether there was a difference in the cuticular
profile of the different categories of host, we performed a
discriminant analysis based on the relative amount of the
30 major peaks.

Bioassays with Chemical Extracts from the Host To
confirm that compounds observed in GC-MS were respon-
sible for the parasitoid females’ capacity to perceive the

time elapsed since the first oviposition, we performed
another series of choice tests. In these, mated females (N=
42) were presented with two capsules, each containing an
unparasitized host on which an extract of parasitized hosts
had been deposited. These extracts were obtained by
immersing 100 hosts parasitized for 2 hr or 28 hr in
200 pl of pentane for one min. Then, 2 pul of each extract (2
or 28 hr; amount corresponding to one host) were deposited
on an unparasitized host previously rinsed in pentane to
remove its own chemical compounds. After rinsing, we
checked that hosts were still alive. One host of each
category (with the 2 hr or 28 hr parasitized extract) was
used for the choice tests, which took place in a climatic
chamber as described above. The first capsule visited and
the one selected for oviposition were noted. The proportion
of each category of capsules visited first and those on
which females oviposited then was calculated. Statistical
analyses were performed with a y’-fest. All statistical
analyses were performed using Statistica 6.0 software
(Statsoft, Inc.).

Results

Behavioral Analysis In tests 1 and 2, parasitoid females
first visited each category of capsules equally (test 1, x? =
0.03, df=1, P=0.87; test 2, x> = 0.61, df = 1, P=0.43) and
laid the same number of eggs in each category of capsules
(Fig. 1; test 1, x> = 1.58, df = 1, P=0.21; test 2, x*> = 0.03,
df=1, P=0.85). In test 3, most females (69.2%) first visited
the capsules containing the 2 hr parasitized host rather than
the 28 hr parasitized host (x*> = 7.69, df = 1, P=0.006).
Moreover, most (72.7%) selected the 2 hr parasitized hosts
to lay their eggs (Fig. 1; x® = 6.82, df = 1, P=0.009).

Chemical Analysis of the Hosts” Cuticular Profile The GC-
MS analysis showed 44 major peaks (Fig. 2) and 71
identified components (Table 1) on hosts. These included a
series of n-alkanes and methyl-branched alkanes (C,5-Css;
Table 1). The same compounds were found on each
category of host but in different proportions (Table 1).

The discriminant analysis revealed a difference between
UnP Pre-pupae and UnP Larvae (UnP 2 hr: F=3.53, df =
30.1, P=0.020; UnP 28 hr: F=3.35, df = 30.1, P=0.023),
but no statistical differences were found between the two
categories of UnP Larvae (F=1.21, df = 30.1, P=0.39;
Fig. 3). P 2 hr were not different from UnP 2 hr (F=1.28,
df=30.1, P=0.30), whereas P 28 hr were different from P
2 hr (F=3.64, df = 30.1, P=0.018) and had a tendency to
diverge from UnP 28 hr (F=2.39, df = 30.1, P=0.073;
Fig. 3). P 28 hr also were different from UnP Pre-pupae
(F=3.12, df = 30.1, P=0.031; Fig. 3).
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Fig. 1 Proportion of Anisopteromalus calandrae females selecting
each category of artificial seed on which to lay their eggs (2 hr or
28 hr parasitized) when confronted with each test condition: capsules
that previously contained parasitized hosts, but which were presented
with an unparasitized host inside for the test (test 1), eggs on an
unparasitized host in a clean capsule (test 2), and parasitized hosts on
which eggs had previously been removed, in a clean capsule (test 3).
Marks show significant differences between proportions observed and
a random distribution of 50:50 ** P<0.01

UnP Larvae and P 2 hr could be distinguished from P
28 hr and UnP Pre-pupac on the basis of the first
discriminant variable and were characterized by the
occurrence of n-C,g (peak 15) and n-Cy9 (peak 22). In
contrast, P 28 hr and UnP Pre-pupae were characterized by
a higher proportion of 3-MeC,s (peak 2), n-C,¢ (peak 3),
MeC,; (peaks 10, 11, 12, 14), DiMeC,; (peaks 13, 14),
MeCsg (peaks 17, 19, 21), and MeC,g (peaks 23, 24). The P
28 hr and UnP Pre-pupae differed in the second discrim-
inant variable. P 28 hr were characterized by the occurrence
of 3-MeCyg (peak 21), MeCyo (peak 23), 9,13-DiMeC,q
(peak 25), and MeCj;; (peak 32), whereas UnP Pre-pupae
were more particularly characterized by the presence of
n-Cye (peak 3), an unidentified compound (peak 35), and
3,9,13-TriMe-C31.

Bioassays with Cchemical Extracts from Hosts Most
females (70.7%) visited the capsule containing the 2 hr
parasitized extract first (x> = 7.04, df = 1, P=0.008).
Ovipositing females tended to lay more eggs on these hosts
(64.3% vs. 35.7% on hosts with the 28 hr parasitized
extract), but the difference was not significant (x> = 2.29,
df=1, P=0.13).

Discussion

Semio-chemicals are known to play a crucial role in host
localization in parasitoids (Afsheen et al. 2008). Host cues
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can have many different origins such as oviposition
markers (Kumazaki et al. 2000; Onodera et al. 2002),
chemical residues left by adult hosts on the substrate
(Colazza et al. 1999, 2007; Peri et al. 2006), chemicals
originally from host feces (Meiners et al. 1997; Steidle et al.
2003; Steiner et al. 2007; Inoue and Endo 2008), or
possibly even carbon dioxide (Hilker and McNeil 2008).
Some of these compounds arise from the adult’s activity,
and often are used by immature parasitoids (eggs or larva
stage) to locate their hosts. However, other chemicals could
come directly from larvae, and these compounds could give
information about both the presence of a host and its
parasitized status (Outreman et al. 2001; Lizé et al. 20006).
In our study, we demonstrated a new level of information:
semiochemicals inform the parasitoid about the time
elapsed since the first parasitism. With a series of choice
tests, we demonstrated that this cue is not located on the
seed, nor produced by the egg, but is found on the host
itself.

Our behavioral results show that most of the tested
females visited the capsule containing the 2 hr parasitized
host first (test 3, 70%), thus indicating that compounds
involved in this discrimination capacity are detected not by
direct contact but from a short distance. In fact, when
females were introduced in the choice test, they came
within a few millimetres of the capsules with their antennae
but without touching them before finally making their
choice (Lebreton, personal observation).

When females were confronted with only the chemical
compounds (experimentally deposited on an unparasitized
host), they also more often visited the host exhibiting the
“most recently parasitized” profile first. However, although
they tended to lay their eggs on these hosts, this choice was
not as marked as for actually parasitized hosts (Lebreton et
al. 2009a). This result suggests that several cues could in
fact be necessary for a female to assess host quality
accurately. During the first parasitism, 4. calandrae females
also paralyze their hosts by injecting venom (Lebreton et al.
2009b). In the present experiment (bioassays of chemical
extracts from hosts), hosts were unparasitized and therefore
not paralyzed. It is possible that initially females perceive
hosts as “recently parasitized”, but on coming closer detect
that they are not in fact parasitized because they are not
paralyzed.

In a previous study, Outreman et al. (2001) showed
that an alarm pheromone produced by aphids after being
parasitized allows parasitoid females to determine whether
a host is already parasitized or not. They correlated an
antennal rejection of the parasitized host with the presence
of the pheromone in the hours following the first
parasitism. As the pheromone disappeared, the antennal
rejection was replaced by a sting rejection. This result
indicates that several cues can give the same information.
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In our study, the difference in the cuticular profile of hosts
was visible mainly after 28 hr. It is thus possible that this
cue does not inform parasitoids about the parasitized status
of hosts just after parasitism, whereas other cues, such as
oviposition markers deposited by parasitoids, give this
information for shorter periods. When A. calandrae
females oviposit on unparasitized hosts, generally they
deposit a substance with their ovipositors after laying
(Lebreton, personal observation). Moreover, when con-
fronted with parasitized capsules (test 1), females tend to
select 28 hr parasitized capsules slightly more, even if this
difference is not statistically significant from a random

32 33 34 35 36 37 38 39 40 41 42
Retention time (min)

choice. This observation may support the hypothesis of an
oviposition marker that is more detectable shortly after its
deposit. Oviposition markers generally are produced in the
Dufour gland. In 4. calandrae, the Dufour gland contains
a mixture of n-alkanes (C;o to Cszg)(Howard and Baker
2003). Such marking-pheromones commonly are used by
parasitoids to inform competitors about previous oviposi-
tions and thus avoid competition (Hoffmeister 2000; Rosi
et al. 2001; Stelinski et al. 2007). They also seem to be used
by females to discriminate between hosts parasitized by
themselves and those parasitized by other parasitoids (van
Dijken et al. 1992). More recently, it also has been shown
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Table 1 Tentatively identified cuticular hydrocarbons present on the host cuticle, with their relative amount for each host category

Peak Hydrocarbons ECL? CNP Relative amount (% of total)
UnP 2hr UnP 28hr P 2hr P 28hr UnP pre-pupae

1 n-C25 25.00 25 0.23 0.25 0.21 0.55 0.59
2 3-MeC25 25.68 26 0.07 0.10 0.14 0.40 0.44
3 n-C26 26.00 26 0.10 0.22 0.17 0.30 0.46
4 IMeC26 26.30 27 0.00 0.01 0.03 0.06 0.04
5 6-MeC26 26.47 27 0.00 0.00 0.00 0.03 0.00
6 5-MeC26 26.49 27 0.03 0.01 0.01 0.02 0.05
7 4-MeC26 26.51 27 0.01 0.03 0.03 0.10 0.10
8 3-MeC26 26.67 27 0.02 0.03 0.04 0.13 0.13
9 n-C27 27.00 27 4.88 9.99 6.29 8.58 10.19
10 9-MeC27 27.30 28 0.75 0.83 1.45 2.63 2.18
11 7-MeC27 27.32 28
12 5-MeC27 27.43 28 0.11 0.23 0.35 0.65 0.57
13 9,15-DiMeC27 27.59 29 0.11 0.19 0.18 0.32 0.25
14 3-MeC27 + 27.69 28 0.78 1.54 1.62 3.54 3.36

5,9-DiMeC27 27.72 29
15 n-C28 28.00 28 4.00 4.77 4.05 3.46 3.70
16 3,9-DiMeC27 28.05 29 0.21 0.20 0.15 0.09 0.24
17 10-MeC28 28.26 29 0.27 0.32 0.46 0.77 0.65
18 6-MeC28 28.30 29 0.01 0.04 0.03 0.14 0.06
19 4-MeC28 28.50 29 0.11 0.20 0.16 0.32 0.28
20 2-MeC28 28.66 29 0.03 0.07 0.09 0.10 0.04
21 3-MeC28 28.67 29 0.07 0.26 0.29 0.51 0.41
22 n-C29 29.00 29 56.95 48.43 47.55 34.47 36.66
23 15-MeC29 + 29.28 30 5.25 4.79 7.32 10.44 7.52

13-MeC29 + 29.28 30

11-MeC29 + 29.28 30

9-MeC29 + 29.30 30

7-MeC29 29.32 30
24 5-MeC29 29.39 30 0.14 0.15 0.26 0.33 0.27
25 9,13-DiMeC29 29.49 31 5.26 5.45 5.72 7.06 6.05
26 7,11-DiMeC29 + 29.60 31 0.80 1.45 1.11 1.45 1.93

7,13-DiMeC29 29.60 31
27 3-MeC29 29.68 30 2.44 4.14 3.75 4.08 4.08
28 n-C30 + 30.00 30 4.02 3.32 3.44 3.20 3.67

3,9-DiMeC29 + 30.05 31

3,11-DiMeC29 + 30.05 31

3,13-DiMeC29 30.05 31
29 14-MeC30 + 30.28 31 0.80 0.82 1.05 1.23 1.11

12-MeC30 30.28 31
30 10,14-DiMeC30 + 30.48 32 0.62 0.79 0.84 0.92 0.95

9,13-DiMeC30 + 30.48 32

8,12-iMeC30 + 30.48 32

8,18-DiMeC30 30.48 32
31 n-C31 31.00 31 4.96 4.03 3.86 3.65 3.76
32 15-MeC31 + 31.28 32 2.27 1.98 2.97 3.34 2.47

13-MeC31 + 31.28 32

11-MeC31 + 31.28 32

9-MeC31 + 31.30 32

7-MeC31 31.30 32
33 9,13-DiMeC31 31.46 33 2.43 2.81 3.23 348 3.75
34 7,11-DiMeC31 + 31.59 33 0.44 0.24 0.39 0.49 0.52
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Table 1 (continued)

Peak Hydrocarbons ECL*® CNP Relative amount (% of total)
UnP 2hr UnP 28hr P 2hr P 28hr UnP pre-pupae
7,13-DiMeC31 + 31.59 33
3-MeC31 + 31.66 32
5,13DiMe-C31 31.64 33
35 unknown 0.30 0.38 0.38 0.33 0.51
36 n-C32 32.00 32 0.04 0.08 0.06 0.06 0.15
37 3,9,13-TriMeC31 32.11 34 0.25 0.29 0.30 0.34 0.46
38 14-MeC32 + 32.28 33 0.18 0.20 0.26 0.28 0.30
12-MeC32 32.28 33
39 10,14-DiMeC32 32.46 34 0.11 0.15 0.21 0.20 0.16
40 n-C33 33.00 33 0.13 0.13 0.10 0.15 0.29
41 15-MeC33 + 33.28 34 0.31 0.30 0.48 0.59 0.50
13-MeC33 33.28 34
42 11,15-DiMeC33 + 33.48 35 0.48 0.64 0.75 0.89 0.94
9,13-DiMeC33 + 33.48 35
7,11-DiMeC33 33.60 35
43 n-C35 + 35.00 35 0.04 0.09 0.13 0.15 0.09
13-MeC35 35.29 36
44 13,17-DiMeC35 + 35.46 37 0.02 0.06 0.12 0.17 0.09
11,15-DiMeC35 + 35.48 37
9,13-DiMeC35 35.48 37
#ECL = equivalent chain length
°CN = carbon number
that oviposition markers deposited by larval parasitoids can
8 be perceived by adult hosts, and thus avoid laying their eggs
on unsuitable substrate (Stelinski et al. 2009).
6t Our results show differences in the cuticular profiles of
the hosts analyzed. First, the profiles of the unparasitized
g 41 9 ‘: % hosts depend on their developmental stage, with larvae and
2 A “ba pre-pupae exhibiting different profiles. The profile of
3 i o & A Al i parasitized hosts also changes with time, with hosts
g . 096 .. ’ parasitized for 2 hr and 28 hr showing different profiles.
< . ® However, it evolves differently in unparasitized hosts.
g 2t 2 2 —u Although unparasitized pre-pupae and 28 hr parasitized
5 host profiles were similar in terms of the first discriminant
S 4} £ variable, they diverged from each other in regard to the
2 second discriminant variable. This result suggests that
3 s T parasitism affects the evolution of the host profile. The
) 4 ) compounds identified (a series of linear and methyl
alkanes) were in accordance with those previously identi-
10 . ! ! ; fied by Howard (2001). Although these consist of heavy
-0 -8 -6 -4 0 4 6 8

First discriminant variable (51,55%)

o UnP2h e P2h
a UnP28h a P28h

+ UnP Pre-pupae

Fig. 3 Discriminant analysis based on the relative amount of the 30
major peaks of the cuticular profile of the different host categories (L4
larvae parasitized for 2 hr (P 2 hr) or 28 hr (P 28 hr), unparasitized L4
larvae stored under the same conditions as 2 hr (UnP 2 hr) and 28 hr (UnP
28 hr) parasitized hosts, and unparasitized pre-pupae (UnP Pre-pupae))

long-chain hydrocarbons (C,s to Css), and generally are
considered as being detected through direct contact, in our
choice test experiments, parasitoid females were able to
detect the time elapsed since the first oviposition at a short
distance (a few millimetres), i.e., outside the capsule.
Nevertheless, considering the high temperature in our
experimental procedure (29°C, the mean temperature of
the area of origin of these species), some of these
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compounds may be semi-volatile. A previous study
demonstrated that cuticular hydrocarbons from C,s to Cy;
can be volatile and perceived at a distance at 25°C (Said et
al. 2005). It is possible that only the lighter components
play a role in this discrimination. This hypothesis is in
accordance with our results, which show that the major
difference between 2 hr and 28 hr parasitized hosts is
related to these compounds (more particularly from C,s to
Cy9). This remains to be tested. Another possibility is the
spontaneous oxidation of heavy cuticular lipids to volatile
aldehydes or alcohols, as previously observed in other
insect species (Bartlelt and Jones 1983; Bartlelt et al. 2002).
However, the compounds involved in the discrimination
observed in our experiment were pentane-soluble (obtained
by immersing bruchids in a pentane solution), and only
alkanes were found in these pentane extracts. Further
studies are necessary to determine precisely which com-
pounds are involved in this discrimination. The use of
selected fractions of the hosts cuticular profiles or the use of
blends of synthetic compounds would give us some
indications. Moreover, by using olfactometry experiments,
we would be able to differentiate between an attractant and
an arrestment effect of these compounds. It also would be
possible to know whether the profile of 2 hr parasitized
hosts could be attractive for parasitoid females or whether
that of hosts parasitized for 28 hr could be repellent.

Our results also raise an interesting question about the
action of parasitoid venom on host physiology. When
females inject their venom into hosts, the latter are
paralyzed and their development is stopped. Their
cuticular profile, however, continues to evolve. This
indicates that some elements of host physiology still
operate after venom injection. However, the evolution of
the cuticular profile of a parasitized host is perceptibly
different from that of an unparasitized host. The
parasitoid venom thus appears to disturb the metabolism
of hydrocarbons, interfering either with their production
or with their dynamic release at the cuticle level. In a
previous study, we observed that parasitism disturbs lipid
metabolism by decreasing the amount of total lipids
present in the host haemolymph (Lebreton et al. 2009b).
Studies with other species also have demonstrated that
modifications in the composition of the host haemolymph
occur after venom injection (Rivers and Denlinger 1995;
Nakamatsu and Tanaka 2003). However, in most of these
species, the amount of lipids increases after parasitism,
probably due to the lysis of fat body cells by the
components of the venom (Nakamatsu and Tanaka
2004). The opposite result found in our study suggests
other mechanisms. This result raises new questions about
the affect of parasitism on a host’s lipid metabolism.
Identifying the components of venom could shed light on
the way parasitoid venom acts on the host physiology.

@ Springer

Acknowledgements We thank E. Yates for correcting the English.

References

AFSHEEN, S., WANG, X., LI, R., ZHU, C. S., and Lou, Y.-G. 2008.
Differential attraction of parasitoids in relation to specificity of
kairomones from herbivores and their by-products. Insect Sci.
15:381-397.

BARTLELT, R. J., COSSE, A. A., PETROSKI, R. J., and WEAVER, D. K.
2002. Cuticular hydrocarbons and novel alkenediol diacetates
from wheat stem sawfly (Cephus cinctus): natural oxidation to
pheromone components. J. Chem. Ecol. 28:385-405.

BARTLELT, R. J. and JONES, R. L. 1983. (Z)-10-Nonadecenal: A
pheromonally active air oxidation product of (Z,Z)-9,19 dienes in
yellow-headed spruce sawfly. J. Chem. Ecol. 9:1333—1342.

BIRKETT, M. A., CAMPBELL, C. A. M., CHAMBERLAIN, K., GUERRIERI,
E., HICK, A. J., MARTIN, J. L., MATTHES, M., NAPIER, J. A.,
PETTERSSON, J., PICKETT, J. A., POPPY, G. M., Pow, E. M., PYE, B.
J., SMART, L. E., WADHAMS, G. H., WADHAMS, L. J., and
WooDCOCK, C. M. 2000. New roles for cis-jasmone as an insect
semiochemical and in plant defense. Proc. Natl. Acad. Sci. USA
97:9329-9334.

BLOMQUIST, G. J. 2010. Structure and analysis of insect hydrocarbons,
pp. 19-34. In Eds G. J. Blomquist and A.-G. Bagnéres (ed.).
Insect hydrocarbons. Cambridge Univ. Press.

COLAZZA, S., AQUILA, G., DE PASQUALE, C., PERI, E., and MILLAR, J.
2007. The egg parasitoid Trissolcus basalis uses n -nonadecane,
a cuticular hydrocarbon from its stink bug host Nezara viridula,
to discriminate between female and male hosts. J. Chem. Ecol.
33:1405-1420.

COLAZZA, S., SALERNO, G., and WAINBERG, E. 1999. Volatile and
contact chemicals released by Nezara viridula (Heteroptera:
Pentatomidae) have a kairomonal effect on the egg parasitoid
Trissolcus basalis (Hymenoptera: Scelionidae). Biol. Control
16:310-317.

DARROUZET, E., BIGNON, L., and CHEVRIER, C. 2007. Impact of
mating status on egg-laying and superparasitism behaviour in a
parasitoid wasp. Entomol. Exp. Appl. 123:279-285.

DARROUZET, E., IMBERT, E., and CHEVRIER, C. 2003. Self-
superparasitism consequences for offspring sex ratio in the
solitary ectoparasitoid Eupelmus vuilleti. Entomol. Exp. Appl.
109:167-171.

GAUTHIER, N. and MONGE, J. P. 1999. Could the egg itself be the
source of the oviposition deterrent marker in the ectoparasitoid
Dinarmus basalis? J. Insect Physiol. 45:393-400.

GAUTHIER, N., MONGE, J. P., and HUIGNARD, J. 1996. Superparasit-
ism and host discrimination in the solitary ectoparasitoid
Dinarmus basalis. Entomol. Exp. Appl. 79:91-99.

GODFRAY, H. C. J. 1994. Parasitoids, Beshavioral and Evolutionary
Ecology. p. 473. Princeton University Press, New Jersey.

GOUBAULT, M., PLANTEGENEST, M., POINSOT, D., and CORTESERO, A.
M. 2003. Effect of expected offspring survival probability on
host selection in a solitary parasitoid. Entomol. Exp. Appl.
109:123-131.

HILKER, M. and MCNEILL, J. 2008. Chemical and behavioral ecology,
pp- 92-112, in E. Wajnberg, C. Bernstein & J. J. M. van Alphen
(eds.). Behavioral ecology of insect parasitoids: From theoretical
approaches to field applications, Blackwell Publishing Ltd.

HOFFMEISTER, T. S. 2000. Marking decisions and host discrimina-
tion in a parasitoid attacking concealed hosts. Can. J. Zool.
78:1494-1499.

HOWARD, R. W. 2001. Cuticular hydrocarbons of adult Pteromalus
cerealellae (Hymenoptera: Pteromalidae) and two larval hosts,
angoumois grain moth (Lepidoptera: Gelechiidae) and cowpea



J Chem Ecol (2010) 36:513-521

521

weevil (Coleptera: Bruchidae). Ann. Emtomol. Soc. Am. 94:152—
158.

HOWARD, R. W. and BAKER, J. E. 2003. Morphology and chemistry of
Dufour glands in four ectoparasitoids: Cephalonomia tarsalis, C.
waterstoni (Hymenoptera: Bethylidae), Anisopteromalus calan-
drae, and Pteromalus cerealellae (Hymenoptera: Pteromalidae).
Comp. Biochem. Physiol. B 135:153-167.

HUBBARD, S. F., MARRIS, G., REYNOLDS, A., and ROWE, G. W. 1987.
Adaptive patterns in the avoidance of superparasitism by solitary
parasitic wasps. J. Anim. Ecol. 56:387—401.

INOUE, M. and ENDO, T. 2008. Below-ground host location by
Campsomeriella annulata (Hymenoptera: Scoliidae), a parasitoid
of scarabaeid grubs. J. Ethol. 26:43-50.

IsLam, K. S. and CoPLAND, M. J. W. 2000. Influence of egg load
and oviposition time interval on the host discrimination and
offspring survival of Anagyrus pseudococci (Hymenoptera:
Encyrtidae), a solitary endoparasitoid of citrus mealybug,
Planococcus citri (Hemiptera: Pseudococcidae). Bull. Entomol.
Res. 90:69-75.

JALOUX, B., ERRARD, C., MONDY, N., VANNIER, F., and MONGE, J.
2005. Sources of chemical signals which enhance multiparasitism
preference by a cleptoparasitoid. J. Chem. Ecol. 31:1325-1337.

KUMAZAKI, M., MATSUYAMA, S., SUZUKI, T., KUWAHARA, Y., and
Fom, K. 2000. Parasitic wasp, Dinarmus basalis, utilizes
oviposition-marking pheromone of host azuki bean weevils as
host-recognizing kairomone. J. Chem. Ecol. 26:2677-2695.

LEBRETON, S., DARROUZET, E., and CHEVRIER, C. 2009b. Could hosts
considered as low quality for egg-laying be considered as high
quality for host-feeding? J. Insect Physiol. 55:694—699.

LEBRETON, S., LABARUSSIA, M., CHEVRIER, C., and DARROUZET, E.
2009a. Discrimination of the age of conspecific eggs by an
ovipositing ectoparasitic wasp. Entomol. Exp. Appl. 130:28-34.

LizE, A., CARVAL, D., CORTESERO, A.-M., FOURNET, S., and POINSOT,
D. 2006. Kin discrimination and altruism in the larvae of a
solitary insect. Proc. R. Soc. B. 273:2381-2386.

LocCKEY, K. H. 1988. Lipids of the insect cuticle: origin, composition
and function. Comp. Biochem. Physiol. 89B:595-645.

MEINERS, T., KOPF, A., STEIN, C., and HILKER, M. 1997. Chemical
signals mediating interactions between Galeruca tanaceti L.
(Coleoptera, Chrysomelidae) and its egg parasitoid Qomyzus
galerucivorus (Hedqvits) (Hymenoptera, Eulophidae). J. Insect
Behav. 10:523-539.

NAKAMATSU, Y. and TANAKA, T. 2003. Venom of ectoparasitoid,
Euplectrus sp. near plathypenae (Hymenoptera: Eulophidae)
regulates the physiological state of Pseudaletia separata (Lepi-
doptera: Noctuidae) host as a food resource. J. Insect Physiol.
49:149-159.

NAKAMATSU, Y. and TANAKA, T. 2004. Venom of Euplectrus
separatae causes hyperlipidemia by lysis of host fat body cells.
J. Insect Physiol. 50:267-275.

ONODERA, J., MATSUYAMA, S., SUZUKI, T., and Fuii, K. 2002. Host-
recognizing kairomones for parasitic wasp, Anisopteromalus
calandrae, from larvae of azuki dean weevil, Callosobruchus
chinensis. J. Chem. Ecol. 28:1209-1220.

OUTREMAN, Y., LE RALEC, A., PLANTEGENEST, M., CHAUBET, B., and
PIERRE, J. S. 2001. Superparasitism limitation in an aphid
parasitoid: cornicle secretion avoidance and host discrimination
ability. J. Insect Physiol. 47:339-348.

PERL S., SOLE, M. A., WAINBERG, E., and COLAZZA, S. 2006. Effect
of host kairomones and oviposition experience on the arrestment
behavior of an egg parasitoid. J. Exp. Biol. 209:3629-3635.

RIVERS, D. B. and DENLINGER, D. L. 1995. Venom-induced
alterations in fly lipid metabolism and its impact on larval
development of the ectoparasitoid Nasonia vitripennis (Walker)
(Hymenoptera: Pteromalidae). J. Invertebr. Pathol. 66:104—
110.

RosI, M. C., ISIDORO, N., COLAZZA, S., and BIN, F. 2001. Source of
the host marking pheromone in the egg parasitoid Trissolcus
basalis (Hymenoptera: Scelionidae). J. Insect Physiol. 47:989—
995.

SAiD, I., GAERTNER, C., RENOU, M., and RivaurLt, C. 2005.
Perception of cuticular hydrocarbons by the olfactory organs in
Periplaneta americana (L.) (Insecta: Dictyoptera). J. Insect
Physiol. 51:1384-1389.

STEIDLE, J. L. M., STEPPUHN, A., and RUTHER, J. 2003. Specific
foraging kairomones used by a generalist parasitoid. J. Chem.
Ecol. 29:131-143.

STEINER, S., STEIDLE, J. L. M., and RUTHER, J. 2007. Host-associated
kairomones used for habitat orientation in the parasitoid
Lariophagus distinguendus (Hymenoptera: Pteromalidae). J.
Stored Prod. Res. 43:587-593.

STELINSKI, L. L., OAKLEAF, R., and RODRIGUEZ-SAONA, C. 2007.
Oviposition-deterring pheromone deposited on blueberry fruit by
the parasitic wasp, Diachasma alloeum. Behaviour 144:429-445.

STELINSKI, L. L., RODRIGEZ-SAONA, C., and MEYER, W. L. 2009.
Recognition of foreign oviposition-marking pheromone in a
multi-trophic context. Naturwissenschaften 96:585-592.

VAN ALPHEN, J. J. M. and VISSER, M. E. 1990. Superparasitism as an
adaptive strategy for insect parasitoids. Annu. Rev. Entomol.
35:59-79.

VAN BAAREN, J. and NENON, J. P. 1996. Intraspecific larval
competition in two solitary parasitoids, Apoanagyrus (Epidino-
carsis) lopezi and Leptomastix dactylopii. Entomol. Exp. Appl.
81:325-333.

VAN DIKEN, M. J., VAN STRATUM, P., and VAN ALPHEN, J. J. M.
1992. Recognition of individual-specific marked parasitized
hosts by the solitary parasitoid Epidinocarsis lopezi. Behav.
Ecol. Sociobiol. 30:77-82.

VISSER, M. E., LUYCKX, B., NELL, H. W., and Boskamp, G. J. F.
1992. Adaptive superparasitism in solitary parasitoids: marking
of parasitized hosts in relation to the pay-off from superparasit-
ism. Ecol. Entomol. 17:76-82.

VOLKL, W. and MACKAUER, M. 1990. Age-specific pattern of host
discrimination by the aphid parasitoid Ephedrus californicus
Baker (Hymenoptera: Aphidiidae). Can. Entomol. 122:349-361.

WEBER, C. A., SMILANICK, J. M., EHLER, L. E., and ZALOM, F. G.
1996. Ovipositional behavior and host discrimination in three
scelionid egg parasitoids of stink bugs. Biol. Control 6:245-252.

@ Springer



	Modifications...
	Abstract
	Introduction
	Methods and Materials
	Results
	Discussion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /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 false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /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

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. 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 best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /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 /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


