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Abstract

Background: Wildlife collisions with aircraft cost the airline industry billions of dollars per annum and represent a
public safety risk. Clearly, adapting aerodrome habitats to become less attractive to hazardous wildlife will reduce
the incidence of collisions. Formulating effective habitat management strategies relies on accurate species
identification of high-risk species. This can be successfully achieved for all strikes either through morphology and/or
DNA-based identifications. Beyond species identification, dietary analysis of birdstrike gut contents can provide
valuable intelligence for airport hazard management practices in regards to what food is attracting which species
to aerodromes. Here, we present birdstrike identification and dietary data from Perth Airport, Western Australia,
an aerodrome that saw approximately 140,000 aircraft movements in 2012. Next-generation high throughput DNA
sequencing was employed to investigate 77 carcasses from 16 bird species collected over a 12-month period. Five
DNA markers, which broadly characterize vertebrates, invertebrates and plants, were used to target three animal
mitochondrial genes (12S rRNA, 16S rRNA, and COI) and a plastid gene (trnL) from DNA extracted from birdstrike
carcass gastrointestinal tracts.

Results: Over 151,000 DNA sequences were generated, filtered and analyzed by a fusion-tag amplicon sequencing
approach. Across the 77 carcasses, the most commonly identified vertebrate was Mus musculus (house mouse).
Acrididae (grasshoppers) was the most common invertebrate family identified, and Poaceae (grasses) the most
commonly identified plant family. The DNA-based dietary data has the potential to provide some key insights into
feeding ecologies within and around the aerodrome.

Conclusions: The data generated here, together with the methodological approach, will greatly assist in the
development of hazard management plans and, in combination with existing observational studies, provide an
improved way to monitor the effectiveness of mitigation strategies (for example, netting of water, grass type,
insecticides and so on) at aerodromes. It is hoped that with the insights provided by dietary data, airports will be
able to allocate financial resources to the areas that will achieve the best outcomes for birdstrike reduction.
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Background
Bird and bat collisions with aircraft (henceforth referred
to collectively as birdstrikes) are a significant issue for
the aviation industry and in countries where reporting
takes place, have been reported to be on the rise [1-3].
Growth in number of aircraft flight movements, as well
as increases in aircraft size and airspeed, coupled with
growing bird populations, are seen as leading factors in
the increase of the incidence of birdstrikes [1,4]. The finan-
cial cost of a birdstrike can be substantial when considering
direct damage to aircraft and loss of revenue during aircraft
downtime [5,6]. Birdstrikes worldwide have been estimated
to cost the commercial airline industry over one billion
US dollars per year [7,8]. The first aviation fatality from
a birdstrike was recorded in 1912 [9] and 100 years later,
birdstrikes continue to be an ongoing health and safety
concern. Since 1988, 221 people have been killed as a
direct result of birdstrikes [10].
The USA reported approximately 9,730 birdstrike occur-

rences for the 2011 period alone [5,10]. While in Canada
and the United Kingdom there were 1,513 (2009) and 2,457
(2011) birdstrikes reported respectively for a single year
[11,12]. There were 1,758 birdstrikes within Australia
during 2011, with a doubling of occurrences over the
last decade for high capacity airports [13]. The overall
worldwide trend is increasing, alongside improved report-
ing and documentation of birdstrike incidences.
Birdstrike mitigation strategies are used at all major

aerodromes in an attempt to reduce the frequency of
birdstrike occurrences. Some of these strategies include
habitat modification, auditory and visual deterrents, avian
radar systems, and changes to aircraft flight times and
approach routes [10,13]. Some airports also specifically
train their ground safety staff with the observational
skills to accurately identify resident bird species, which
is important in high-risk species. In the United States,
the most commonly reported groups of birdstrike species
causing the most damaging strikes were gulls, pigeons and
doves, raptors, and waterfowl [10]. In the UK, geese and
pigeons were identified as the most frequently struck
bird species in 2008 [14]. In Australia, the most commonly
hit animal between the years 2002 to 2011 were bats,
followed by lapwings and plovers [13]. Figure 1 depicts the
most commonly reported birdstrike species occurring in
Perth, Western Australia, the focus site of this study. Estab-
lishing which species pose the highest risk for birdstrikes
inevitably leads to more informed management plans for
the reduction of incidences. Species identification of the
remains of birdstrike victims is essential and can be
made either by examining morphological characteristics
or by the use of DNA analysis [1,3].
Morphological examination of feathers remains a pri-

mary identification technique for birdstrikes. However
morphological analysis requires a high level of experience
and correct identifications by morphology alone is diffi-
cult, either as a result of severe damage to the remains or
to the inexperience of assessors, has been acknowledged
in previous studies [1,15]. In cases where the quality of re-
mains is too poor, DNA analysis may be the only viable
method by which to make a species identification [1,3,6].
Dove, et al. [6], used a combination of both morphology

and DNA barcoding using the mitochondrial cytochrome
oxidase I (COI) gene to identify the bird species involved in
a strike in Oklahoma, USA. This particular birdstrike caused
a Cessna aircraft to crash, killing all five occupants in 2008.
Both the morphological analysis of feather remains and
DNA barcoding revealed that the bird species involved was
the American white pelican (Pelecanus erythrorhynchos).
Similarly, Marra, et al., [7] employed a combination of
microscopic feather analysis and DNA barcoding to
identify the Canada goose (Branta canadensis) as the
cause of US Airways Flight 1549 ditching into the Hudson
River in New York in January 2009.
Since most birdstrikes occur within a close proximity to

aerodromes it is not only important to identify what species
are involved, but it is equally important to determine why
these species might be attracted to these areas. Analysis of
diet using molecular techniques is an ideal method to
determine what the main food sources are, and thus, why
high-risk species are attracted to aerodrome environments.
Additionally it may be possible to use dietary information
as intelligence to develop management strategies to de-
crease or deter high-risk species habitation at aerodromes
[16]. Thus where a main food source can be reduced, con-
trolled or removed, a high-risk species may leave the area
in search of more sustainable conditions [17].
Dietary analyses using next-generation DNA sequencing

technology have been reported for species such as birds,
bats, insects, and livestock [18-21]. In this study, for the
first time, next-generation high-throughput DNA sequen-
cing (HTS) is used to determine the major components of
common birdstrike species diets. The aim of collating this
data over a 12-month period is to provide empirical evi-
dence of feeding habits and to integrate this information
into best-practice management plans.

Methods
The Perth airport study site
Perth Airport (Figure 1) is located 10 km from the Perth
central business district (CBD) on 2,105 ha of land that
was historically used for farming and agriculture. Do-
mestic and international terminals are situated centrally
within the estate, with 306 ha of land reserved for con-
servation of unique flora and fauna, in the northern and
southern precincts. There are four wetland areas on the
estate, one in particular, Munday Swamp, is of high cul-
tural significance to the traditional owners of this land,
the Nyoongar people [22].
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Figure 1 The location and layout of the Perth Airport study site. The aerial photograph (left) depicts both runways (in black) and high vegetation
areas (highlighted in green). From top right to bottom right, the most common birdstrikes identified in Perth between 2002 and 2011: lapwing,
Nankeen kestrel and galah.
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Surveys of the airport estate have shown that there are
134 different vertebrate species inhabiting the aerodrome.
This number includes a minimum of 95 bird species, as
well as native and introduced species such as the southern
brown bandicoot and echidna, and house mouse, European
rat, rabbits, foxes and feral cats. Endangered species such as
the Carnaby’s black cockatoo (Calyptorhynchus latirostris)
have been noted to be seasonally present at the aerodrome,
as are red-tailed black cockatoos (Calyptorhynchus banksii),
and feed on the Banksia and Marri within the conservation
precincts [22].

Birdstrike species identification through mitochondrial
DNA sequencing
Use of animal samples
All specimens used in this study were deceased as a result
of Perth Airport activities as governed by the bird and ani-
mal hazard management advisory committee (BAHMAC).
Permission for the use of all birdstrike samples was granted
by BAHMAC. No ethics permits were relevant in this study
as researchers were using specimens that were otherwise
scheduled for disposal.

Sample collection, DNA extraction, quantification
and sequencing
Birdstrike remains (blood, tissue, and feathers) were
collected from aircraft after arrival at Perth Airport by
ground crew, safety officers and ornithologists. Airport
personnel were instructed on how to collect biological
remains, and were provided with DNA collection kits
by Australian Wildlife Forensic Services (AWFS). The
samples were transported to the AWFS lab for DNA
extraction and species identification.
DNA extraction from blood swabs was carried out using
a Qiagen QiaAmp DNA Micro kit (Qiagen, CA, USA) fol-
lowing the manufactures protocol. For feathers and tissue,
samples were digested for 12 hours at 55°C in modified di-
gest buffer (20 mM Tris (Sigma, MO, USA), 2.5 mM EDTA
(Invitrogen, CA, USA), 5 mM CaCl2 (Sigma, MO, USA),
20 mM DTT (Thermo Fisher Scientific, MA, USA), 1%
SDS (Invitrogen, CA, USA), 10 mg/mL Proteinase K
(Amresco, OH, USA)) supernatant removed and mixed
with PB buffer, bound to a Qiagen spin column (Qiagen,
CA, USA), washed with AWI and AWII, and eluted from
the column in EB buffer (Qiagen, CA, USA).
The DNA extracts were assessed for quantity and quality

of mitochondrial DNA (mtDNA) using quantitative PCR
(qPCR). This assessment allows for the identification of PCR
inhibitors and low copy number DNA extracts. Three dilu-
tions (undiluted, 1/10 and 1/100) for each DNA extract were
assessed and the mitochondrial primers used were 12Sa and
12Sh (12S ribosomal RNA (rRNA)), [23] and MCB 398
and MCB 869 (Cytochrome b (Cytb)) [24]. Both mtDNA
markers were amplified via qPCR in 25 μL volumes includ-
ing: 2 mM MgCl2 (Fisher Biotec, Perth, Australia), 1 x Taq
polymerase buffer (Fisher Biotec, Perth, Australia), 0.4 μM
dNTPs (Astral Scientific, NSW, Australia), 0.1 mg bovine
serum albumin (Fisher Biotec, Perth, Australia), 0.4 μM of
each primer, and 0.2 μL of Taq DNA polymerase (AmpliTaq
Gold, Applied Biosystems (ABI), CA, USA). The cycling
conditions were: initial denaturation at 95°C for 5 minutes,
followed by 50 cycles of 95°C for 30 seconds, annealing at
primer specific temperature for 30 seconds, 72°C for
30 seconds, and a final extension at 72°C for 10 minutes
(ABI, CA, USA). The annealing temperature used for
12S primers was 57°C and for Cytb was 51°C.
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The above DNA extracts were amplified by PCR using
the same 12S rRNA and Cytb primers following the
same method described above for quantification, with
2 μL of template DNA at an optimal dilution as deter-
mined from the qPCR. The PCR products were then
purified using a Qiagen PCR purification kit following
the manufacture’s protocol, and were Sanger sequenced
(Macrogen Inc, Seoul, Korea) in both directions for species
identification using both mtDNA markers. The resulting
sequences were imported into Geneious v4 [25], where
BLASTn searches were carried out against the National
Center for Biotechnology Information (NCBI) GenBank
nucleotide NR database [26,27]. Species identifications
were made based on the percentage similarity of the query
sequence to the reference sequence (> 98%) as described
previously [28]. For birdstrike species identifications,
we chose to use a two gene method, rather than one, as
we believe that this approach provides the best chance
of making correct identifications based on current ref-
erence databases, as previously described [28]. We also
chose to use 12S rRNA and Cytb over COI for species
identifications because these gene regions, particularly
Cytb, has been sequenced extensively in the past for
studies of avian phylogenetics and as such, is one of
the better represented genes on reference databases
such as GenBank [29]. It is envisioned that with collec-
tion of more reference samples of bird species that are
known to inhabit individual airports, reference databases
will dramatically improve, including for COI gene regions,
in the near future.

Birdstrike species dietary analysis using HTS
Sample collection, DNA extraction and quantification
Seventy-seven bird carcasses were collected from Perth
airport runways and surrounding areas by staff/contractors
during the period of October 2011 to November 2012. Spe-
cies identification was confirmed by morphological analysis
by airport ornithologists. Birdstrike carcasses were stored in
a −20°C freezer from the time the carcasses were found
until transportation to the AWFS lab. The gastrointestinal
tract (GIT) from the proventriculous/gizzard (stomach)
through to the cloaca was dissected from each bird carcass.
For the birds that sustained considerable body impact, all
efforts were made to recover as much of the GIT as pos-
sible. A small portion of the contents from the stomach,
small and large intestines were removed and collected into
a 2 mL Eppendorf tube, to an approximate weight of be-
tween 100 and 900 mg depending on the size of the species
and the volume within the GIT. This portion was used for
subsequent DNA extraction. Dissected GITs and their con-
tents were stored at −20°C prior to DNA extraction.
DNA was extracted from the GIT contents above using

a modified QiaAmp DNA Stool Mini Kit method (Qiagen,
CA, USA). The changes made to the kit protocol included
an overnight digestion in buffer ASL at 55°C with the
addition of 20 μL of Proteinase K after the first 30 minutes
of the heat step. Additionally, only half of an InhibitEX
tablet (Qiagen, CA, USA) was used in the protocol.
A broad, multi-locus approach was employed to examine

what is likely to be a varied diet consumed by several bird
species. Three mitochondrial genes (including two 16S
rRNA primer sets; Additional file 1: Table S1) and a plastid
gene were assessed using a range of universal primer sets.
The primers used and which species were screened with
each set are detailed in the Supplementary information,
Additional file 1: Table S1. Firstly, the plant component of
bird diet was examined by the use of a plastid gene marker,
trnL. Some of the birdstrike species are known to consume
small mammals, other birds, and fish, so the 16S rRNA
gene was targeted for mammal and fish and the 12S rRNA
region was targeted for detection of bird species. To
analyze the insect content within the birdstrike species
diet, the cytochrome oxidase I (COI) gene targeting in-
sect species was used.
The extracted DNA was quantified by amplifying the

following gene markers: trnL [30], 16S rRNA [19,31], 12S
rRNA [23] and COI [32]. All qPCRs were carried out
following the same PCR method as above for the birdstrike
species identification samples.

Amplicon generation
Fusion primers with unique six to eight bp multiplex
identifier (MID) tags were designed for the five primer
sets (Additional file 1: Table S1) used for qPCR above, with
unique forward and reverse combinations being allocated
to each sample. The fusion primers also consisted of a GS
FLX Titanium Primer A or B sequence preceding the MID
tag [33]. The PCR protocols were carried out as for the
qPCR above for each primer set. Amplicons were generated
as previously described [20,34].
All fusion tagged PCR amplicons were double purified

using the Agencourt AMPure XP Bead PCR purifica-
tion protocol (Beckman Coulter Genomics, MA, USA).
The purified PCR products were electrophoresed on a
2% agarose gel for 45 minutes together to confirm the
presence of correct amplicon size and to determine a
crude estimate of their concentration prior to equimo-
lar pooling.

GS Junior sequencing set-up
Dilutions of the purified and pooled PCR amplicons
were made and quantified using a synthetic oligonucleo-
tide standard of known molarity [35], to approximate an
optimal bead to template ratio for emulsion PCR. Once
this ratio was determined, the emulsion PCR, bead re-
covery and sequencing steps for the Roche GS Junior
(CT, USA) were carried out in accordance with Roche
protocols.
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Analysis of GS Junior sequencing data
The sequencing output FASTA (.fna) files were retrieved in
their raw form and processed using the following protocols.
The FASTA files were imported into the program Geneious
v6.1.3 [25], for deconvolution. Sequences with 100% exact
adaptors and MID tags were identified and sorted. The
annotated and filtered sequences were exported as fasta
files and imported into YABI [36] where a BLASTn search
was conducted against the NCBI GenBank nucleotide NR
database [26,27]. The resultant BLAST files were then
imported into the program MEtaGenome ANalyzer v4.69.4
(MEGAN) [37] for examination of taxonomic assignment.
The amplicon sequences were assigned using the following
lowest common ancestor parameters: minimum score
of 65, top percent of 5, and minimum support of 1. As
discussed previously [34,38] assignment fidelity for
plants is largely dependent on the coverage of the NCBI
reference database and the robustness of the underpinning
taxonomic framework.

Results and discussion
Our initial work with Perth Airport began with providing
mtDNA species identifications of biological remains where
morphological identification was not possible (Table 1).
This developed into a more fundamental question regard-
ing what was attracting bird species to the aerodrome in
Table 1 Species identification of birdstrike remains (blood, tis
Perth Airport

Case number Sample type Species identified C

1 Blood soaked feather Bubulcus ibis

2 Blood swab Columba livia C

3 Feather Columba livia C

4a Blood swab Fulica atra australis A

4b Feather Fulica atra australis A

5 Blood swab Hirundinidae Swallo

Petrochelidon ariel

6 Partial carcass Chroicocephalus hartlaubii H

Chroicocephalus cirrocephalus Gr

7 Blood swab N/A

8 Feather Apus pacificus

9 Blood swab Hirundinidae Swallo

Hirundo nigricans

10 Feather Falco berigora

11 Blood swab Pteropus poliocephalus Grey

12 Blood swab Accipitridae

13a Blood swab Chenonetta jubata Aus

13b Blood swab Chenonetta jubata Aus

Species identification by the Australian Wildife Forensic Services used mitochondria
* Cytb sequences matched 100% to two Chroicocephalus species.
the first instance. While there are morphological means
of determining diet [16] there is a push towards molecu-
lar systems due to benefits with accuracy and sensitivity.
The mtDNA species identifications of biological remains
taken from aircraft and the dietary analysis of bird carcasses
are discussed separately below.

Species identification of biological remains
AWFS assisted Perth Airport with 13 separate birdstrike
incidents during the period 2010 to present. In 12 out of 13
cases, DNA identifications were successfully made (Table 1)
via the sequencing of mtDNA gene regions (12S and/or
Cytb). Identifications were made to the species level in eight
of the cases (case numbers 1, 2, 3, 4, 8, 10, 11, and 13), to
genus level in three cases (case numbers 5, 6, and 9), and
to the family level only in one case (case number 12; See
Table 1). The species identified included cattle egret, feral
pigeon, Australian coot, Pacific swift, brown falcon,
grey-headed flying fox, and Australian wood duck. In
eight cases, identifications were made using one of the
two mtDNA genes, 12S or Cytb, only. In case number
six, the identification was made to genus level using
Cytb, however, the taxonomic resolution for this marker
was not sufficient to make a species level identification, as
at least two species within the genus Chroicocephalus had
identical sequences for this marker. A lack of reference
sue, feathers) collected from aircraft after landing at

ommon name Comments

Cattle egret 100% match 12S and Cytb

ommon pigeon 100% match 12S only

ommon pigeon 100% match 12S only

ustralian coot 100% match 12S only

ustralian coot 100% match 12S only

w and martin family 97% match with 12S

Fairy martin 98% match with Cytb

artlaub’s gull* 100% match Cytb only

ey-headed gull* 100% match Cytb only

N/A Extract failed to amplify DNA

Pacific swift 100% match 12S and Cytb

w and martin family 97.9% match with 12S

Tree martin 99.8% match with Cytb

Brown falcon 100% match Cytb only. Strike reported on take off

‐headed flying fox 99.4% match with Cytb. Strike occurred on take off

Birds of prey 90.5% match 12S, 90.9% match Cytb

tralian wood duck 90.5% match 12S, 90.9% match Cytb

tralian wood duck 90.5% match 12S, 90.9% match Cytb

l DNA sequencing (12S rRNA and/or Cytb).
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sequences within the database (GenBank) for the collected
birdstrike species is apparent due to the inability to make
species level identifications in four of the cases. The im-
portance of using two genes is exemplified here, and the
fact that one gene does not appear to be better than the
other in terms of frequency in making identifications,
shows that a two gene approach is more successful than
choosing one gene for this purpose.
While species identification of birdstrike remains is

valuable for airports for various reasons, one being the
detection of high-risk species, this however, does not
provide insight into why these species were at the aero-
drome and whether habitat surrounding the site was a
contributing factor in the strike. Determining the major
diet components of high-risk species will provide an-
swers as to why airports are attractive habitats.

Dietary analysis of bird GIT contents
Next generation DNA sequencing was used to identify the
GIT contents of 77 birds comprising 16 different species.
Twelve out of 16 bird species contained animal and/or in-
sect DNA within their GIT contents, ranging across eight
animal classes, fromMammalia to Actinopterygii (Table 2).
Plant DNA was identified in all 16 species, ranging across
24 plant families (Table 3). The findings are presented and
discussed below.
Table 2 Closest animal DNA sequence matches generated thr
gastrointestinal tracts (GITs) of 12 birdstrike species collected

Birdstrike species Animal classes, orders

Mus
musculus

Bos Zosterops
lateralis

Scincidae Gambusi

Australian hobby
(n = 1)

✓

Barn owl (n = 9) ✓

Nankeen kestrel
(n = 16)

✓ ✓

Black shouldered
kite (n = 1)

✓

Southern boobook
(n = 1)

✓

Australian Magpie
(n = 1)

✓

Galah (n = 13)

White-faced
heron (n = 8)

✓

Pacific black
duck (n = 1)

Welcome swallow
(n = 3)

Little button quail
(n = 1)

Pipit (n = 3)
Animal and insect DNA identified
Overall, 16S rRNA and 12S rRNA data targeting mammal,
bird and fish prey was generated from seven bird species.
Our results show that four of these were identified to have
Mus musculus (house mouse) (Table 2), within their GIT
contents. All four of these species are raptors, which are
known to consume small mammals such as mice, as part
of their diet. Feral mice are present in large quantities all
over Australia and their presence is not unexpected given
the food waste that is generated daily at airports. The GIT
contents of the Australian hobby (Falco longipennis), did
not contain M. musculus, however, there were DNA se-
quences matching Zosterops lateralis, a small passerine
bird, detected when this sample was screened with 12S
rRNA bird specific primers. Australian hobbys are known
to consume other small birds and insects as part of their
diet [39]. A species of Bos (Bovidae) was detected within
the GIT of one magpie sample. It is possible that this result
is due to direct scavenging on food waste either at or im-
mediately surrounding the aerodrome. Management strat-
egies that aim to reduce available food sources for rodents
and scavenging animals include the strict isolation and con-
trol of food waste and rubbish bins at aerodromes [40].
Two white-faced herons were found to contain DNA

closely matching mosquito fish (genus Gambusia; 98%
match using 16S rRNA; Table 2) within the GIT, while
ough high-throughput sequencing (HTS) from within the
at Perth Airport

, families, genera and species identified

a Aranea Acrididae Lepidoptera Diptera Rhantus Cherax

✓

✓

✓ ✓ ✓

✓

✓

✓ ✓ ✓ ✓

✓ ✓

✓

✓

✓
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Table 3 Plant DNA sequence matches generated from high-throughput sequencing (HTS) of gastrointestinal tract (GIT) contents of 16 birdstrike species
collected at Perth Airport

Plant families and genera identified Birdstrike species

Plant family Plant genus AH BO NK BSK SB AM RTBC G WFH WD PBD P TM WS LBQ Pip

Aizoaceae ✓

Amaranthaceae ✓ ✓ ✓

Apiaceae ✓

Asteraceae ✓ ✓ ✓ ✓ ✓ ✓

Brassicaceae ✓ ✓

Cyperaceae ✓

Fabaceae ✓ ✓

Mirbelieae ✓

Trifolium ✓ ✓ ✓

Geraniaceae Erodium ✓

Haloragaceae Myriophyllum ✓

Iridaceae ✓ ✓ ✓ ✓ ✓ ✓

Juncaceae Juncus ✓

Lamiaceae Salvia ✓

Myrtaceae ✓ ✓ ✓ ✓ ✓

Oleaceae ✓

Oxalidaceae Oxalis ✓ ✓ ✓ ✓

Pittosporaceae Billardiera ✓

Plantaginaceae Callitriche ✓

Poaceae ✓ ✓ ✓ ✓ ✓ ✓ ✓ ✓ ✓ ✓ ✓

Avena ✓ ✓ ✓

Phalaris ✓

Sorghum ✓

Polygonaceae ✓ ✓

Proteaceae ✓

Rosaceae Rosa ✓

Solanaceae ✓ ✓ ✓ ✓ ✓ ✓

Verbenaceae ✓

Vitaceae ✓

Number of individuals sampled 1 9 16 1 1 2 1 13 8 2 1 8 7 3 1 3

Birdstrike species name abbreviations: AH, Australian hobby; BO, barn owl; NK, Nankeen kestrel; BSK, black-shouldered kite; SB, southern boobook; AM, Australian magpie; RTBC, red-tailed black cockatoo; G, galah;
WFH, white-faced heron; WD, wood duck; PBD, Pacific black duck; P, pigeon; TM, tree martin; WS, welcome swallow; LBQ, little button quail; Pip, pipit.
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another heron contained DNA closely matching fresh-
water crayfish (genus Cherax; 99% match using COI
primer set; Table 2). Two white-faced herons also were
consuming a species of spider (order Araneae), as well
as insect species within the order Diptera. The diet of
white-faced herons is known to be widely variable, and
opportunistic depending on the season, and includes the
types of aquatic species identified here, as well as other in-
sects, frogs and reptiles [41]. There are several drains and
wetlands at Perth airport, which likely contain the aquatic
species identified in this study. Mosquito fish were previ-
ously noted to be present at the airport estate after an aero-
drome survey. It is possible that direct control of invasive
species (for example, rotenone to inhibit feral fish) might
reduce the prevalence of these prey species, but as always,
such control needs to be balanced against the effect this
would have on native species. Many aerodromes worldwide
use management policies for ponds that include netting,
converting above ground drainways to underground, and
improving drainage of rain water from the site [40,42].
Of ten birdstrike species screened with insect COI

primers, 50% were found to be consuming a species of
Acrididae (grasshoppers). The closest BLAST matches
that were identified were from two Acrididae species,
Prumna arctica (95% to 96%) and Sphingonotus tsinlingensis
(94.9%), which are not likely to be the species in question
due to the low percentage similarity of the sequences. Faunal
surveys of Perth Airport have identified the presence
of Australian plague locust (Chortoicetes terminifera)
in high abundance, and their presence has been an ongoing
problem for the aerodrome. The abundance of this
species at Perth Airport, and visual detection of locust
in the GIT contents of the birdstrike species during
dissection, means the identification can be reasonably
made through association. Spraying of the fungicide,
Green Guard (Yates, NSW, Australia), to control lo-
cust populations has been trialed to attempt to reduce
the C. terminifera populations at the aerodrome. So far,
this has been shown to have a positive effect in reducing
the number of locusts where spraying occurred. Locusts
are known to be seasonally variable and feed on grasses
and crops. The abundance of Acrididae species in the
diets of birdstrike species points towards the need for
more active control strategies.

Plant diet
Twenty-four plant families were identified within the GIT
contents of all 16 birdstrike species. The most common
plant Family identified was Poaceae (grasses), with this
Family present in 11 species (Table 3). The next most com-
mon plant Families identified were: Asteraceae, Iridaceae,
and Solanaceae (Table 3). Species from the Family Poaceae
appear to be a significant diet component of either the
birdstrike species directly, or of their prey species. It is
prudent to point out here that in the current study it is
not possible to differentiate where some of the identified
plant species fit in the bird species food chain. Species of
Poaceae would likely comprise a major component of the
diet of the Acrididae and mice species that are consumed
by the birdstrike species, thus being a secondary item
in the food chain. Whether or not Poaceae is a first or
secondary food item for birdstrike species, it is likely to
be a significant component of the prey diet and should
still remain a management priority for airports.
Management of grass has been recognized as being of

high importance at airports as a birdstrike mitigation
strategy for some time. Airports in the UK use a long
grass policy in habitat management plans. Short grass
has been shown to encourage birds by providing the best
environment for invertebrates, which in turn encourages
birds to search for food here. Short grass also provides
birds with a better view of the environment, giving in-
creased security for feeding. Maintaining grass at a
length of at least 15 to 20 cm is ideal in the UK for lim-
iting the ability of birds to find and feed on inverte-
brates, and reduces the availability of cleared, safe
feeding zones [40]. At Perth Airport, the grass length is
maintained at a length up to 30 cm. Grasses that have
been fungal-endophyte enhanced, such as AVANEX®
(PGG Wrightson Seeds, Victoria, Australia) developed
and trialed in New Zealand, have provided successful
reduction in insect and bird numbers where the grass
has been installed [43,44]. Interestingly, trials of grass
length and the growth of less attractive/palatable species
could be assessed in a cost-effective manner using HTS
methods and this is likely a far better proxy for palatability
than use of a simple bird count survey and/or frequency
of birdstrikes.
For obvious reasons, flocking birds represent the

greatest threat to aircraft. At Perth airport the galah
(Eolophus roseicapilla) weighing in at approximately
300 g represents one high-risk species. Galahs usually
forage on the ground, searching for and ingesting seeds
which are located by sight, and it has long been suspected
that the weed common storksbill (Erodium sp.) at the
aerodrome was the target. The weed is attractive to galahs
during the hatching season (September) when it is green
and easily digestible. Galahs were the only species in this
study to have been found to have Erodium sp. identified
within the GIT. An Erodium control program has been in
place at Perth Airport for the last five years, and during
this time it has been observed that galahs are spending
less time within the airport estate. Clearly, on the basis of
this empirical data Erodium control should be a priority at
specific times of the year.
Although identifying prey species is important, the

strength of such a method will come from continued
monitoring of diet to assess the effectiveness of habitat
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management plans that have been put into place. Beyond
comparing the total number of strikes that occur, it would
be practical to assess how, or if, diets of high-risk species
change, and the distributions of prey species populations
within the aerodrome post management implementation.
An extension to this study might be to investigate mice
GITs or fecal material to develop a more holistic insight
into food webs at the airport. It is possible that certain in-
sect and grass species identified in this study could be the
prey of mice or Acrididae species, rather than the birdstrike
species, but would need to be assessed further to determine
this, for which, a similar HTS method could be employed
on these commonly consumed birdstrike prey species.

Conclusions
The interaction of volant wildlife and aircraft is unavoidable;
however, it is possible to make aerodromes less attractive
from the perspective of food availability. Based on the diet-
ary food chain data generated in this study, several key areas
of focus could be developed to enhance existing habitat
management strategies. The key components of the bird-
strike species (and/or prey species) diets to highlight as pri-
orities included management of grass (height and species)
and Erodium sp., the use of fungicides/insecticides to
decrease the population of Acrididae, rodent control, and
a water management strategy for wetlands and drains.
The advantages of dietary analyses of birdstrike carcasses

are not limited to assisting in airport hazard management
planning. Ecological and species population data could also
be studied from this sample resource. Some birdstrike spe-
cies may be of interest from a conservation perspective, for
example one of the birds in this dataset was the red-tailed
black cockatoo (Calyptorhynchus banksii) of which little is
known about its diet especially in urban environments.
In this situation, the opportunity to study the diet of
such species makes best scientific use of a sample that is
otherwise discarded and is difficult to procure through
other means. Airports that can allocate resources to
the collection of birdstrike carcasses, such as Perth, are
helping to ensure that this type of research can occur.
Analysis of the plant and animal components of common

birdstrike species diets using HTS is an extremely valuable
tool. Sequencing platforms, such as 454 (Roche, CT, USA),
Ion Torrent (Life Technologies, CA, USA) and MiSeq
(Illumina, CA, USA) can provide a large amount of se-
quence data within a short time frame. Identifying the most
prominent food sources within the aerodrome environment
for high-risk bird species (and possibly their prey) can
help to plan tailored, best-practice hazard management
strategies in an effort to reduce wildlife strikes, and help
airports to partition financial resources most efficiently.
Using effective management plans to lower birdstrike
frequency would assist in decreasing the burdensome cost
of aircraft repairs, flight rescheduling, and passenger safety
risk, which thus highlights the applied nature of DNA-
based food chain studies in complex environments
such as aerodromes.

Additional file

: Table S1. List of primers used in this study for
generating fusion tagged amplicons for high-throughput sequencing (HTS).

Abbreviations
BLAST: Basic local alignment search tool; Bp: Base pair; CBD: Central business
district; Cytb: Cytochrome b; COI: Cytochrome oxidase subunit I;
GIT: Gastrointestinal tract; HTS: High-throughput sequencing;
AWFS: Australian wildlife forensic services; qPCR: Quantitative polymerase
chain reaction; MID: Multiplex identifier; MEGAN: MEtaGenome aNalyzer;
mtDNA: Mitochondrial DNA.

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

Author’s contributions
Conceived and designed the experiments: MLC and MB. Performed the
experiments: MLC, NEW and JH. Collected the bird carcasses and provided
morphological species identifications: WR. Analyzed the data: MLC, DCM,
NEW, MB, and MIB. Wrote the paper: MLC, JH, NEW, and MB. All authors read
and approved the final manuscript.

Acknowledgements
The authors would like to acknowledge the generosity of Perth Airport and
in particular, Chris Fox and Darren McKenzie for donating the birdstrike
samples for this study. We greatly appreciate the opportunity to collaborate
on such a pertinent issue affecting public safety and wildlife conservation.
We would also like to thank Liza Parkinson and Elizabeth Baker for their
technical assistance in preparing samples for extraction and for assisting with
birdstrike species identification; and Tina Berry for reviewing the manuscript
and providing valuable suggestions for improvements. MB is funded by an
Australian Research Council Future Fellowship (FT0991741).

Author details
1Australian Wildlife Forensic Services and Ancient DNA Laboratory, School of
Veterinary and Life Sciences, Murdoch University, Murdoch, Western Australia
6150, Australia. 2Ornithological Technical Services, Welshpool, Western
Australia 6106, Australia. 3Center for Comparative Genomics, Murdoch
University, Murdoch, Western Australia 6150, Australia.

Received: 12 August 2013 Accepted: 14 October 2013
Published:

References
1. Waugh J, Evans MW, Millar CD, Lambert DM: Birdstrikes and barcoding: can

DNA methods help make the airways safer? Mol Ecol Resour 2011, 11:38–45.
2. Dale LA: Personal and corporate liability in the aftermath of bird strikes:

a costly consideration. Hum Wildl Confl 2009, 3:216–225.
3. Dove CJ, Rotzel NC, Heacker M, Weigt LA: Using DNA barcodes to identify

bird species involved in birdstrikes. J Wildl Manag 2008, 72:1231–1236.
4. Philbin A: International civil aviation organization APAC regional report

intensifying Asia-pacific collaboration to address efficiency and safety.
Montreal, Canada: ICAO; 2010.

5. Dolbeer RA, Wright SE, Cleary EC: Ranking the hazard level of wildlife
species to aviation. Wildl Soc Bull 2000, 28:372–378.

6. Dove CJ, Dahlan NF, Heacker M: Forensic bird-strike identification
techniques used in an accident investigation at Wiley Post Airport,
Oklahoma, 2008. Hum Wildl Interact 2009, 3:179–185.

7. Marra PP, Dove CJ, Dolbeer R, Dahlan NF, Heacker M, Whatton JF, Diggs NE,
France C, Henkes GA: Migratory Canada geese cause crash of US Airways
flight 1549. Front Ecol Environ 2009, 7:297–301.

8. Allan JR: The costs of bird strikes and bird strike prevention. Hum Confl
Wildl Econ Considerations 2000, 18:147–153.

9. Sodhi NS: Competition in the air: birds versus aircraft. Auk 2002, 119:587–595.

Additional file 1

#PUBLICATION_DATE

#ARTICLE_URL_DISPLAY_TEXT_FOR_STAMPED_PDF
ADDITIONAL_FILE_1


Coghlan et al. Investigative Genetics Page 10 of 10#CITATION
#ARTICLE_URL_DISPLAY_TEXT_FOR_STAMPED_PDF
10. Dolbeer RA, Wright SE, Weller JB, Michael J: Wildlife strikes to civil aircraft
in the United States 1990 to 2011. In Federal aviation administration
national wildlife strike database serial report number 18. 2012.

11. Transport Canada Air transportation bird hazards. [http://www.tc.gc.ca/eng/
civilaviation/standards/aerodromeairnav-standards-wildlifecontrol-
birdhazards-930.htm].

12. Birdstrike statistics 2010 to 2012. [http://www.caa.co.uk/docs/2008/
srg_as_ukbirdstrikes_2010-2012.pdf].

13. Australian Transport Safety Bureau: Australian aviation wildlife strike statistics:
bird and animal strikes 2002 to 2011. Aviation research report AR-2012-031.
Canberra, Australia: Australian Transport Safety Bureau, Australian
Government; 2012.

14. Witter I: Experience of using bird hazard risk assessments as one component
in reducing the risk from birdstrikes at seven airports in the UK. In 28th Meeting
of the international bird strike committee, Brasilia. Brazil: aerohabitat.eu; 2008.

15. Christidis L, Norman JA, Johnson RN, Lindsay MS: Forensic identification of
aviation bird strikes in Australia. Research and analysis report. Canberra,
Australia: Australian Transport Safety Bureau, Australian Government; 2006.

16. Washburn BE, Bernhardt GE, Kutschbach-Brohl LA: Using dietary analyses
to reduce the risk of wildlife-aircraft collisions. Hum Wildl Interact 2011,
5:204–209.

17. Barras SC, Seamans TW: Vegetation management approaches for reducing
wildlife-aircraft collisions. In federal aviation administration technology transfer
conference: 22 February 2002; Atlantic city. Ohio, USA: USDA National Wildlife
Research Center-Staff Publications; 2002:159.

18. Pompanon F, Deagle BE, Symondson WO, Brown DS, Jarman SN, Taberlet P:
Who is eating what: diet assessment using next generation sequencing.
Mol Ecol 2012, 21:1931–1950.

19. Deagle BE, Gales NJ, Evans K, Jarman SN, Robinson S, Trebilco R, Hindell MA:
Studying seabird diet through genetic analysis of feces: a case study on
Macaroni penguins (Eudyptes chrysolophus). PLoS One 2007, 2:e831.

20. Murray DC, Bunce M, Cannell BL, Oliver R, Houston J, White NE, Barrero RA,
Bellgard MI, Haile J: DNA-based fecal dietary analysis: a comparison of
qPCR and high throughput sequencing approaches. PLoS One 2011,
6:e25776.

21. Pegard A, Miquel C, Valentini A, Coissac E, Bouvier F, François D, Taberlet P,
Engel E, Pompanon F: Universal DNA-based methods for assessing the
diet of grazing livestock and wildlife from feces. J Agric Food Chem 2009,
57:5700–5706.

22. Westralia Airports Corporation: Perth airport environment strategy 2009 to
2014. Perth, Australia: Westralia Airports Corporation Environment Team,
Perth, Australia; 2009:1–150.

23. Cooper A: DNA from museum specimens. New York: Springer; 1994.
24. Verma SK, Singh L: Novel universal primers establish identity of an

enormous number of animal species for forensic application.
Mol Ecol Notes 2003, 3:28–31.

25. Geneious v4.7. [http://www.geneious.com].
26. Altschul SF, Gish W, Miller W, Myers EW, Lipman DJ: Basic local alignment

search tool. J Mol Biol 1990, 215:403–410.
27. Benson DA, Karsch-Mizrachi I, Lipman DJ, Ostell J, Wheeler DL: GenBank.

Nucleic Acids Res 2006, 34:D16–D20.
28. Coghlan ML, White NE, Parkinson L, Haile J, Spencer P, Bunce M:

Egg forensics: an appraisal of DNA sequencing to assist in species
identification of illegally smuggled eggs. Forensic Sci Int Genet 2012,
6:268–273.

29. Branicki W, Kupiec T, Pawlowski R: Validation of cytochrome b sequence
analysis as a method of species identification. J Forensic Sci 2003, 48:83–87.

30. Taberlet P, Coissac E, Pompanon F, Gielly L, Miquel C, Valentini A, Vermat T,
Corthier G, Brochmann C, Willerslev E: Power and limitations of the
chloroplast trnL (UAA) intron for plant DNA barcoding. Nucleic Acids Res
2007, 35:e14.

31. Taylor PG: Reproducibility of ancient DNA sequences from extinct
Pleistocene fauna. Mol Biol Evol 1996, 13:283–285.

32. Zeale MR, Butlin RK, Barker GL, Lees DC, Jones G: Taxon-specific PCR for DNA
barcoding arthropod prey in bat feces. Mol Ecol Resour 2011, 11:236–244.

33. Roche 454 Sequencing: Technical bulletin: amplicon fusion primer design guidelines
for GS FLX titanium series Lib-a chemistry. CT, USA: Roche; 2009:1–3.
TCB number 013–2009.

34. Coghlan ML, Haile J, Houston J, Murray DC, White NE, Moolhuijzen P,
Bellgard MI, Bunce M: Deep sequencing of plant and animal DNA
contained within traditional Chinese medicines reveals legality issues
and health safety concerns. PLoS Genet 2012, 8:e1002657.

35. Bunce M, Oskam C, Allentoft M: The use of quantitative real-time PCR in
ancient DNA research. In Methods in molecular biology - ancient DNA. Edited
by Shapiro B, Hofreiter M. New York, USA: Humana Press; 2012:121–132.

36. Hunter A, Macgregor AB, Szabo TO, Wellington CA, Bellgard MI: Yabi: an
online research environment for grid, high performance and cloud
computing. Source Code Biol Med 2012, 7:1.

37. Huson DH, Auch AF, Qi J, Schuster SC: MEGAN analysis of metagenomic
data. Genome Res 2007, 17:377–386.

38. Murray DC, Pearson SG, Fullagar R, Chase BM, Houston J, Atchison J, White
NE, Bellgard MI, Clarke E, Macphail M: High-throughput sequencing of
ancient plant and mammal DNA preserved in herbivore middens.
Quaternary Sci Rev 2012, 58:135–145.

39. Olsen J, Fuentes E, Rose A, Trost S: Food and hunting of eight breeding
raptors near Canberra, 1990 to 1994. Australian Field Ornithology 2006, 23:77.

40. CAA: Birdstrike risk management for aerodromes. Civ Aviat Authority 2008,
CAP 772:54.

41. Lo P: Diet of the white-faced heron on Manawatu pastures. Notornis
1991, 38:63–71.

42. Civil Aviation Safety Authority: Wildlife hazard management at aerodromes.
Advisory circular AC 139-26(0). Canberra: Australian Government; 2011.

43. Pennell C, Rolston P: AVANEX endophyte-infected grasses for the aviation
industry now a reality. In 2011 Bird strike North America conference.
USA/Canada: Niagara Falls. Birdstrike Committee; 2011.

44. Pennell C, Rolston M, De Bonth A, Simpson W, Hume D: Development of
a bird-deterrent fungal endophyte in turf tall fescue. N Z J Agric Res 2010,
53:145–150.

Cite this article as: Coghlan et al.: Metabarcoding avian diets at airports:
implications for birdstrike hazard management planning. Investigative
Genetics

#DIGITAL_OBJECT_IDENTIFIER

#CITATION
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

http://www.tc.gc.ca/eng/civilaviation/standards/aerodromeairnav-standards-wildlifecontrol-birdhazards-930.htm
http://www.tc.gc.ca/eng/civilaviation/standards/aerodromeairnav-standards-wildlifecontrol-birdhazards-930.htm
http://www.tc.gc.ca/eng/civilaviation/standards/aerodromeairnav-standards-wildlifecontrol-birdhazards-930.htm
http://www.caa.co.uk/docs/2008/srg_as_ukbirdstrikes_2010-2012.pdf
http://www.caa.co.uk/docs/2008/srg_as_ukbirdstrikes_2010-2012.pdf
http://www.geneious.com/
#ARTICLE_URL_DISPLAY_TEXT_FOR_STAMPED_PDF

	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	The Perth airport study site
	Birdstrike species identification through mitochondrial DNA sequencing
	Use of animal samples
	Sample collection, DNA extraction, quantification and sequencing

	Birdstrike species dietary analysis using HTS
	Sample collection, DNA extraction and quantification
	Amplicon generation
	GS Junior sequencing set-up
	Analysis of GS Junior sequencing data


	Results and discussion
	Species identification of biological remains
	Dietary analysis of bird GIT contents
	Animal and insect DNA identified
	Plant diet


	Conclusions
	Additional file
	Abbreviations
	Competing interests
	Author’s contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /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 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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


