Insects 2012, 3, 719-726; doi:10.3390/insects3030719

insects

ISSN 2075-4450
www.mdpi.com/journal/insects/

Article

Screening Commercially Available Entomopathogenic
Biocontrol Agents for the Control of Aethina tumida
(Coleoptera: Nitidulidae) in the UK

Andrew G. S. Cuthbertson *, James J. Mathers, Lisa F. Blackburn, Michelle E. Powell,
Gay Marris, Stephane Pietravalle, Mike A. Brown and Giles E. Budge

The Food and Environment Research Agency, National Bee Unit, Sand Hutton, York YO41 1LZ, UK;
james.mathers@fera.gsi.gov.uk (J.J.M.); lisa.blackburn@fera.gsi.gov.uk (L.F.B.);
michelle.powell@fera.gsi.gov.uk (M.E.P.); gay.marris@fera.gsi.gov.uk (G.M.);
stephane.pietravalle@fera.gsi.gov.uk (S.P.); mike.brown@fera.gsi.gov.uk (M.A.B.);
giles.budge@fera.gsi.gov.uk (G.E.B.)

* Author to whom correspondence should be addressed; E-Mail: andrew.cuthbertson@fera.gsi.gov.uk;
Tel.: +44-0-1904-462201; Fax: +44-0-1904-462111.

Received: 3 July 2012, in revised form: 24 July 2012 / Accepted: 6 August 2012 /
Published: 9 August 2012

Abstract: The Small hive beetle, Aethina tumida, is an invasive pest of honey bees.
Indigenous to sub-Saharan Africa, it has now become established in North America and
Australia. It represents a serious threat to European honey bees. Commercially available
entomopathogenic agents were screened for their potential to control beetle larvae.
Entomopathogenic fungi investigated had minimal impact. The nematodes Steinernema
kraussei and S. carpocapsae provided excellent control with 100% mortality of larvae
being obtained. Sequential applications of the nematodes following larvae entering sand to
pupate also provided excellent control for up to 3 weeks. The information gained supports
the development of contingency plans to deal with A. tumida should it occur in the UK,
and is relevant to the management of Small hive beetle where it is already present.
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1. Introduction

In its native range the Small hive beetle (4dethina tumida Murray, Coleoptera: Nitidulidae) (SHB) is
an occasional parasite and scavenger of honey bee colonies indigenous to sub-Saharan Africa [1,2].
However, as an invasive species it has caused much economic damage, and since 1996 has become
established in North America and Australia [2—4]. It has also recently been discovered in Hawaii. The
SHB has yet to be reported in Europe, South America or Asia.

The SHB lifecycle consists of a pupation stage that occurs outside the beehive in the surrounding
soil. Depending on temperature this life-stage can last for varying periods of time. For example, at
temperatures ranging between 20-30 °C, Cuthbertson et al. [5] showed adult beetles to begin emerging
from soil following 18 days and continuing up until 84 days. Small hive beetle development is known
to be slower at lower temperatures [6]. Both larvae and pupae can be found in the soil. Therefore, there
is an opportunity for control measures to be applied at this stage that will not have any impact upon the
bees in the hive. Beekeepers have traditionally used pesticides containing permethrin to control larvae
and pupae in the soil [7], however continued use of this can give rise to resistance [8] and undesirable
side effects on both honey bees and humans [9,10]. Therefore, there is much demand to improve the
range of products available for the control of the larvae and pupae stages. Such alternative control
agents include entomopathogenic nemadodes (EPN) and fungi (EPF), which have successfully been
used against other invertebrate pests [11-13]. In regards to A. tumida, the infectivity of three species of
nematodes towards wandering larvae (the larval stage that is actively seeking a pupation site) was
shown to be moderate [12]. This study aimed to screen species of entomopathogenic agents that are
commercially available in the UK for their potential to be used against Small hive beetle.

2. Results and Discussion

Direct exposure demonstrated a significant treatment effect on the wandering larvae when
compared to the control (p < 0.001), however neither entomopathogenic fungus caused mortality
above that seen in the water controls (Figure 1). The entomopathogenic nematodes showed more
promise; S. carpocapsae achieved significantly higher mortality than S. kraussei and S. feltiae
(p <0.05), which in turn achieved significantly higher mortality than the control after 2 weeks. Upon
dissecting the larvae, nematodes freely emerged from the body cavity confirming their ability to infect
the larvae (Figure 2). It has been stated that susceptibility of insects to control agents generally
declines with increasing insect size. This has been demonstrated with mermithid nematodes against
mosquito larvae [14]. However, as nematodes enter through the natural openings of the larvae, Gaugler
and Molloy [15] showed that susceptibility was a function of larval size with larger larvae being more
susceptible to nematode infection, simply due to the fact that it was easier for nematodes to enter the
natural openings.

Treating the sand before adding the larvae exposes the SHB to the biocontrol agents during
pupation, and more closely simulates how beekeepers might apply such products in the field. Indirect
exposure demonstrated a significant treatment effect on SHB mortality when compared to the control
(» < 0.001), however, once again neither entomopathogenic fungus caused mortality above that seen
in the water controls (Figure 3). Treating the sand produced excellent results for S. kraussei and
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S. carpocapsae where total mortality of 4. tumida was achieved. No adults emerged from either of
these two treatments and neither did sieving the sand yield any remains of developing beetles,
suggesting the larvae became infected, died and their remains dissolved during the 6 week test. Also,
S. feltiae achieved significantly higher mortality than the control (p < 0.05; Figure 3).

Figure 1. Impact of direct exposure of control agents on Aethina tumida wandering larvae
after 2 weeks. Error bars represent the 95% confidence intervals. Means were separated
using least significant differences after adjusting for multiple comparisons. Significantly
different means (5% significant level) are represented by suffixes a—c.
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Figure 2. Dissected Aethina tumida larvae releasing the entomopathogenic nematode
Steinernema carpocapsae.
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Figure 3. Impact of in-direct exposure of control agents on Aethina tumida wandering
larvae. Error bars represent the 95% confidence intervals. Means were separated using
least significant differences after adjusting for multiple comparisons. Significantly
different means (5% significant level) are represented by suffixes a and b.
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Following sequential application of the nematodes, significant reduction in adult beetle emergence
was obtained (p < 0.001; Figure 4) for up to 3 weeks following larvae entering the sand to pupate.
Under laboratory conditions the nematodes were deemed viable in the sand following 1 week after
application. Nematodes were observed under a light microscope moving between the sand grains [16].

Figure 4. Impact of sequential applications of entompathogenic nematodes on Aethina
tumida wandering larvae following their submergence in sand. Beetle emergence assessed
after 6 weeks following larvae being added to sand. Error bars represent the 95%
confidence intervals. Means were separated using least significant differences after
adjusting for multiple comparisons. Significantly different means (5% significant level) are
represented by suffixes a—d.
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The data from our screening trials are consistent with those of Cabanillas and Elzen [12] and
Ellis et al., [17] who demonstrated that A. tumida larvae and pupae are susceptible to
entomopathogenic nematodes. In our study nematode efficacy varied with nematode species. In
general the nematodes are known to penetrate the host and feed/reproduce for approximately 14 days
[18]. After this period new infective juveniles emerge from the host and begin to seek a new host.
Nematodes are thought to be better at locating hosts when they are dispersing from a host, showing
evidence of a programming process in regards to host preference [19]. Therefore, it would be
suggested that as long as A. tumida pupae are available as a food source, any applied inoculant
nematode population would be more likely to be self-sustaining. However, any break in host
availability may demand the soil be retreated with nematodes.

The fungi in our study had limited effect. Reasons for this are unclear. The fungal genera Beauveria
and Lecanicillium are generalist entomopathogens, with species and strain-dependent differences in
specificity and virulence against a range of insect groups [20]. They also have a cosmopolitan
distribution and can be isolated from insects, mites, soil and a variety of other substrates [21].
Therefore, Beauveria and Lecanicillium would seem ideal candidates for the control of A. tumida.
Temperature and humidity are important factors in fungi growth and germination. The ground
surrounding beehives can vary greatly in moisture content. Our laboratory studies aimed to mimic
conditions as closely as possible as to what is found surrounding beehives. Muerrle et al. [22] obtained
promising mortality of A. tumida using B. bassiana. Ellis et al. [23] suggested that the fungi Aspergillus
flavus and A. niger can cause mortality of larvae and pupae of 4. tumida. However, these two fungi are
known to cause mortality of larval and adult honey bees [24]. Therefore, further investigations would
require the testing of more species and individual strains of fungi that have the potential to be
commercially available in the UK for the control of 4. tumida.

3. Experimental Section
3.1. Insect Rearing and Control Agents

Aethina tumida were cultured and maintained as described by Cuthbertson et al. [5] under strict
quarantine conditions. Final instar (wandering) larvae were used for all experimental trials. The control
agents investigated are all commercially available products in the UK and across Europe and
comprised 3 EPN’s: Steinernema feltiae (Nemasys), S. kraussei (NemasysL), S. carpocapsae
(Capsanem) and 2 EPF’s: Lecanicillium muscarium (Mycotal) and Beauveria bassiana (Naturalis).
The impact of direct and in-direct exposure along with sequential application of the agents showing
most potential were investigated in separate experiments.

3.2. Direct Exposure of Larvae to Control Agents

For direct exposure trials, individual wandering larvae were dipped in recommended dose rates of
the fungi (10® conidia/mL) and nematode products (10,000 infective juveniles/mL) for 3 seconds. They
were then placed on moist filter paper within 9 cm diameter Petri dishes and maintained at 20 °C, 65%
R.H. and 16:8 h light:dark regime. Ten larvae were placed in each dish with 10 dishes per treatment
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product. Larvae dipped in water and placed on moist filter paper in Petri dishes acted as controls.
Mortality for all treatments was assessed after 2 weeks.

3.3. Indirect Exposure of Larvae to Control Agents

For indirect exposure, 7 cm diameter by 15 cm tall plastic containers were filled with sand (8%
moisture content). 50 mL of control product (500,000 nematode IJ or 50° fungal conidia) was added
over the surface of the sand at the same dose rates as in the direct trials. Once the solution had soaked
down into the sand, ten wandering larvae were added to the surface. The containers were then sealed
and maintained at the conditions described above. There were ten containers per treatment. Controls
consisted of wandering larvae added to containers in which the sand had been treated with 50 mL of
water. Treatments were maintained for 6 weeks in order to allow adult beetles to emerge. Mortality
was calculated as the number of beetles that failed to emerge. In order to confirm the fate of those
individuals that did not emerge as adult beetles, at the end of each trial the sand substrate was sieved
and searched for insect debris.

3.4. Sequential Application of Nematodes against Beetle Larvae

For sequential application trials using the two nematode species (S. carpocapsae and S. kraussei),
containers as described above were prepared. Batches of ten wandering SHB larvae were added to
each container. Following 24 hours the first batch of nematode solution was added to 10 containers.
Then at weekly intervals, nematode treatments were added (at the same dose rate as before; 50 mL of
product (500,000 1J’s)) to separate batches of the original larvae infested containers. There were
10 replicates per nematode treatment per application date (four application dates in total). Control
containers received an equal volume (50 mL) of water. Following treatment all containers were
maintained in a CE room (23 °C, 65% r.h.) for 6 weeks to allow beetles ample opportunity to emerge.
Nematode controls (sand pots with no beetle larvae present) were also maintained to determine their
longevity in the sand.

3.5. Analysis of Data

The data was analysed using a Generalized Linear Model (GLM) with a binomial distribution and
logit link function. 95% confidence intervals were calculated on the logit scale, then back-transformed
(as proportions) and the treatments were grouped, following pairwise testing (at the 5% significance
level) using means separating groups on the logit scale.

4. Conclusions

In conclusion, our trials demonstrate that commercially available entomopathogenic nematodes in
the UK can infest and kill 4. tumida wandering larvae. Furthermore, these products are available
across Europe, and so have the potential to be used as control agents should the Small hive beetle
expand its range to this continent. Further work is now required to determine economic dose rates and
time spans between applications to ensure full control of 4. fumida. The information gathered all
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supports the development of contingency plans to deal with A. tumida should it ever be located within
the UK [25].

Acknowledgements

The work of culturing and maintaining A. tumida was funded by the Department of Environment,

Food and Rural Affairs under the conditions required for quarantine licence number: PHL
251D/6473(01/2011). The nematodes and fungi were supplied by Koppert UK Ltd., Becker
Underwood Ltd. and Intrachem Production S.r.L., Italy.

References

10.

11.

12.

Lundie, A.E. The Small Hive Beetle, Aethina tumida; Science Bulletin: Department of Agriculture
and Forestry, Stellenbosch, Western Cape Province, South Africa, 1940.

Neumann, P.; Elzen, P.J. The biology of the small hive beetle (Aethina tumida, Coleoptera:
Nitidulidae): Gaps in our knowledge of an invasive species. Apidologie 2004, 35, 229-247.
Spiewok, S.; Pettis, J.S.; Duncan, M.; Spooner-Hart, R.; Westervelt, D.; Neumann, P. Small hive
beetle, Aethina tumida, populations I: Infestation levels of honey bee colonies, apiaries and
regions. Apidologie 2007, 38, 595-605.

Cuthbertson, A.G.S.; Brown, M. A. Issues affecting British honey bee biodiversity and the need
for conservation of this important ecological component. Int. J. Environ. Sci. Tech. 2009, 6,
695-699.

Cuthbertson, A.G.S.; Mathers, J.J.; Blackburn, L.F.; Wakefield, M.E.; Collins, L.E.; Luo, W.;
Brown, M.A. Maintaining Aethina tumida (Coleoptera:Nitidulidae) under quarantine laboratory
conditions in the UK and preliminary observations on its behaviour. J. Apicult. Res. 2008, 47,
192-193.

De Guzman, L.I.; Frake, A.M. Temperature affects Aethina tumida (Coleoptera: Nitidulidae)
development. J. Apicult. Res. 2007, 46, 88-93.

Hood, W.M. The small hive beetle, Aethina tumida: A review. Bee World 2004, 85, 51-59.
Hemingway, J.; Ranson, H. Insecticide resistance in insect vectors of human diseases. Annu. Rev.
Entomol. 2000, 45, 371-391.

Hassan, S.A.; Bigler, F.; Bogenschiitz, H. Results of the second joint pesticide testing programme
by the IOBC/WPRS-Working Group “Pesticides and Beneficial Arthropods”. Z. Ang. Entomol.
1983, 95, 151-158.

World Health Organization (WHO). Permethrin. (Environmental Health Criteria 94); World
Health Organization, United Nations Environment Program and International Labour
Organization: Geneva, Switzerland, 1990; pp. 76-78.

Glazer, 1.; Salame, L.; Goldenberg, S.; Blumberg, D. Susceptibility of sap beetles (Coleoptera:
Nitidulidae) to entomopathogenic nematodes. Biocontrol Sci. Technol. 1999, 9, 259-266.
Cabanillas, H.F.; Elzen, P.J. Infectivity of entomopathogenic nematodes (Steinernematidae and
Heterorhabditidae) against the small hive beetle Aethina tumida (Coleoptera: Nitidulidae). J. Apic.
Res. 2006, 45, 49-50.



Insects 2012, 3 726

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

Cuthbertson, A.G.S.; Blackburn, L.F.; Eyre, D.P.; Cannon, R.J.C.; Millar, J.; Northing, P.
Bemisia tabaci: The current situation in the UK and the prospect of developing strategies for
eradication using entomopathogens. Insect Sci. 2011, 18, 1-10.

Petersen, J.J.; Willis, O.R. Some factors affecting parasitism by mermithid nematodes in southern
house mosquito larvae. J. Econ. Entomol. 1970, 63, 175-178.

Gaugler, R.; Molloy, D. Instar susceptibility of Simulium vittatum (Diptera: Simuliidae) to the
entomogenous nematode Neoaplectana carpocapsae. J. Nematol. 1981, 13, 1-5.

Cuthbertson, A.G.S.; Mathers, J.J. The Food and Environment Research Agency, Sand Hutton,
York, UK. Personal Communication, 2011.

Ellis, J.D.; Spiewok, S.; Delaplane, K.S.; Buchholz, S.; Neumann, P.; Tedders, W.L.
Susceptibility of Aethina tumida (Coleoptera: Nitidulidae) larvae and pupae to entomopathogenic
nematodes. J. Econ. Entomol. 2010, 103, 1-9.

Shapiro-Ilan, D.I.; Gaugler, R.; Tedders, W.L.; Brown, I.; Lewis, E.E. Optimization of inoculation
for in vivo production of entomopathogenic nematodes. J. Nematol. 2002, 34, 343—-350.
Shapiro-Ilan, D.I. United States Department of Agriculture, Southeastern Fruit and Tree Nut
Research Laboratory, Byron, GA, USA. Personal Communication, 2011.

Lacey, L.A.; Frutos, H.K.; Vail, P. Insect pathogens as biological control agents: Do they have a
future? Biol. Control 2001, 21, 230-248.

Boucias, D.G.; Pendland, J.C. Principles of Insect Pathology; Kluwer: Boston, MA, USA, 1998;
pp. 1-147.

Muerrle, T.M.; Neumann, P.; Dames, J.F.; Hepburn, H.R.; Hill, M.P. Susceptibility of adult
Aethina tumida (Coleoptera: Nitidulidae) to entomopathgenic fungi. J. Econ. Entomol. 2006, 99,
1-6.

Ellis, J.D.; Rong, I.H.; Hill, M.P.; Hepburn, H.R.; Elzen, P.J. The susceptibility of small hive
beetle (Aethina tumida Murray) pupae to fungal pathogens. Am. Bee J. 2004, 144, 486—488.
Morse, R.A.; Flottum, K. Honey Bee Pests, Predators and Diseases; Root Company: Medina,
OH, USA, 1997; pp. 1-137.

Cuthbertson, A.G.S.; Mathers, J.J.; Blackburn, L.F.; Brown, M.A.; Marris, G. Small hive beetle:
The next threat to British honey bees? Biologist 2010, 57, 35-39.

© 2012 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article

distributed under the terms and conditions of the Creative Commons Attribution license

(http://creativecommons.org/licenses/by/3.0/).




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

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


