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Dissection ofDrosophila Adult Brains for Patch-Clamping Neurons

Florencia Fernandez-Chiappe1 and Nara I. Muraro1,2

1Instituto de Investigación en Biomedicina de Buenos Aires (IBioBA-CONICET), Partner Institute of the Max
Planck Society, Buenos Aires C1425FQD, Argentina

The brain of adult flies (Drosophila melanogaster) has been studied in detail from several perspectives,
including the anatomical and molecular characterization of hundreds of neuronal types. However,
information regarding the electrophysiological properties of most neuronal types is lacking. This
protocol provides detailed information on how to dissect the brain of adult flies to produce an ex
vivo preparation in which central neurons can be patch-clamped. Immobilizing fresh and tiny tissues,
such as fly brains, to perform successful patch-clamp recordings is a critical step; here, we explain how
this can be achieved using cyanoacrylate glue.

MATERIALS

It is essential that you consult the appropriate Material Safety Data Sheets and your institution’s Environmental
Health and Safety Office for proper handling of equipment and hazardous materials used in this protocol.

RECIPES: Please see the end of this protocol for recipes indicated by <R>. Additional recipes can be found online at
http://cshprotocols.cshlp.org/site/recipes.

Reagents

Adult external saline <R>
This is different than the classical HL salines (Feng et al. 2004). The solution can be prepared in advance if glucose
and calcium chloride are omitted (add before use).

Drosophila adults of the desired genotype carrying an element to fluorescently label the lateral ventral
neurons (LNvs), such as Pdf-RFP (or Pdf-Gal4>UAS-GFP/RFP)

Ice
Vetbond 3M Tissue Adhesive (N-butyl cyanoacrylate)

Equipment

Dissecting microscope (e.g., Leica S6E)
Dissection pins (0.1-mm in diameter; e.g., Living Systems Instrumentation)
Glue pipettes (any electrode pipette)
Microcentrifuge tubes (0.5-mL)
Pasteur pipettes
Pipette tips (1-mL, blue)
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Plastic tubing (fine, flexible; e.g., Tygon, T3601-13)
Sharpened forceps <R> (two; see Steps 3, 6, and 8)

The fine forceps must be in perfect shape for dissections to be completed quickly and with minimal effort.
Unfortunately, no matter how careful you are with your favorite pair of forceps, they will bend at some point.
Subtle damage to forceps is fixable by sharpening, and it is always better to invest some time sharpening your bent
forceps than to spend a whole day attempting to dissect with defective tools. Sharpening forceps is an art;
becoming good at it requires practice, but is worthwhile, as the forceps you sharpen may even be better than
a new pair.

Sylgard-coated coverslips and Petri dishes <R>
Before the day when you will patch-clamp, prepare many Sylgard-covered coverslips (square, 18× 18-mm or
round, 10-mm in diameter); you can prepare many at once so that you have to do this only once in a while.
Sylgard-covered coverslips can be used only once; therefore, during a day of patch clamping, many coverslips
will be used.

See Discussion.

METHOD

1. Transfer flies by flipping them (inverting their container) into an empty vial. Anesthetize flies by
placing the vial on ice for a few minutes until the flies stop moving.

2. Record the time when you start the dissection.
The activity of LNvs depends both on the time of day and on the time after dissection, as discussed in
Introduction: Patch-Clamping Fly Brain Neurons (Fernandez-Chiappe and Muraro 2022a); therefore,
recording the time at the start of the dissection is crucial for interpreting results later.

3. Take a fly and hold it down ventral side up using a pair of fine forceps. Use another pair of fine
forceps to manipulate an insect pin through the fly’s thorax (Fig. 1A), immobilizing it on a
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FIGURE 1. Step-by-step preparation of an adult brain for whole-cell patch-clamp electrophysiology. (A) Immobilized fly
with an insect pin (white arrowhead) inserted through the thorax placed in a Sylgard-coated plastic dish. (i) Focused on
the pin. (ii) Focused on the fly. (B) Fly head after removal of the proboscis; air sacs are exposed (white arrowhead). (C ) Fly
head with air sacs removed. (D) Initial stages of peeling the head’s cuticle; the top part of the cuticle is removed. (E)
Process of left eye removal (note that part of the retina is still attached to the brain). (F ) The left eye is completely removed.
(G) Process of right eye removal. (H ) The brain is completely exposed and still attached to the body. (I ) Sylgard-covered
coverslip with a drop of adult external saline (white arrowhead) placed on the Sylgard-coated plastic dish where the
dissection was performed; the preparation shown inH is nearby on the dish (green arrowhead). (J ) The brain is removed
from the body and transferred into the drop of adult external saline shown in I (white arrowhead). (K ) The brain is glued to
the Sylgard-coated coverslip using two drops of cyanoacrylate glue (one on each optic lobe).
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Sylgard-coated plastic dish. Insert the pin at an angle such that it does not interfere with the head
area; do not insert it perpendicular to the dish.

4. Pour adult external saline using a Pasteur pipette around the pinned fly to continue the dissection
in an aqueous environment.

5. Pull out the two forelegs of the fly with the forceps.

6. Remove the proboscis by pulling from its rim with one pair of forceps and holding its base with
another forceps.

7. Remove air sacs by pulling them with the forceps through the hole left by the proboscis.
Air sacs have a shiny appearance (Fig. 1B); when removed, the matte white tone brain will be apparent on
the back (Fig. 1C).

8. Peel the head’s cuticle to expose the brain using the two forceps.

i. Remove the top (anterior in the fly) part of the cuticle (Fig. 1D).

ii. Remove one eye by tearing gently all around it (Fig. 1E).

iii. Continue peeling the head cuticle.
The peeling of the head’s cuticle is very personal, and, with time and practice, you may find a
slightly different sequence of movements that you find more appropriate to achieve this. Explore the
way that is easier for you; as long as the differences between Figure 1B and Figure 1H are brought
about, it will be fine. One way is to peel the head cuticle, advancing from one side to the other
(Fig. 1F,G). Another way is to first remove one eye and then the other, the top part of the cuticle
(anterior in the fly), the back (dorsal in the fly), and finally the bottom part of the cuticle. Be careful
when removing the bottom part of the head’s cuticle, as the neck connective should not be
damaged as it is needed intact for the cleaning step (Step 9) (tear this part by pulling toward the
sides).

At this point, you should have a very scary fly with a brain instead of a head (Fig. 1H).

See Troubleshooting.

9. Pull additional air sacs and large trachea attached to the surface of the brain with forceps until the
brain appears clean.

The brain has a pastel/matte white tone, and the air sacs and trachea have a shiny white appearance.

10. Add a drop of adult external saline to a Sylgard-covered coverslip, and transfer the brain
(handling from the neck connective) onto it (Fig. 1I). Place the brain on its posterior side in
the middle of the saline drop.

The tissue will naturally attach to the fresh Sylgard (Fig. 1J).

Cyanoacrylate glue will harden as soon as it makes contact with the solution. To avoid clogging the pipette
tip, apply some positive pressure (gently) as you insert the pipette into the saline.

The fresh (unused in this context) Sylgard that coats the coverslips is mildly sticky; therefore, the brain will
attach to it. However, this attachment to the Sylgard is quite loose; therefore, the brain can be repositioned if
necessary. To do this, pull it off gently and replace it in the correct orientation on another part of the Sylgard-
covered coverslip, as the area where it originally adhered will lose its stickiness.

11. Attach a blue tip to 30–40 cm of Tygon tubing to make a “gluer.”

12. Prepare a glue container by cutting a lid from a 0.5-mL microcentrifuge tube (see Fig. 1D in
Protocol: Dissection of Drosophila Wandering Larval Brains for Patch-Clamping Neurons
[Fernandez-Chiappe and Muraro 2022b]) and adding cyanoacrylate glue to the lid.

13. Use cyanoacrylate glue to immobilize the brain.

i. Place any electrode pipette at the end of the “gluer.”

ii. Break the tip by gently rubbing it on the bottom of a glue container, and apply negative
pressure (from the blue tip of the gluer) to aspirate some cyanoacrylate glue into the tip (see
Fig. 1E in Protocol:Dissection ofDrosophilaWandering Larval Brains for Patch-Clamping
Neurons [Fernandez-Chiappe and Muraro 2022b]).
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iii. Use positive pressure to blow a small drop of glue onto each side of the brain, at the edge of
the optic lobes (Fig. 1K).

See Troubleshooting.

Before the glue is completely set (be careful that it is no longer in its liquid form), it is possible to stretch
the brain slightly to allow easier access to the accessory medulla, where the somas of LNvs are located.
Do not overstretch the brain, as this will tear it open and disrupt neuronal circuits.

See Discussion.

14. Once finished with the dissection, orient the preparation under the dissecting microscope.
For preparation of adult flies, the dorsal part should be on top of the field of viewwith the optic lobes toward
the sides (Fig. 1K).

15. Transfer the coverslip with the glued brain preparation to the electrophysiology setup, keeping in
mind its orientation.

Proceed immediately to Protocol: Patch-Clamping Drosophila Brain Neurons (Fernandez-Chiappe and
Muraro 2022c).

TROUBLESHOOTING

Problem (Step 8): The brain is damaged during dissection.
Solution: The dissection described in this protocol is not easy, andmany brains will be damaged before

the technique is learned. Even people who have experience dissecting adult brains for immuno-
fluorescence techniques will probably need to practice for some time before they can do it
correctly. This is because dissecting fixed tissue (normally performed for immunofluorescence
techniques) is much easier than dissecting live tissue needed for electrophysiology. Fixed tissue is
much harder, making it easier to manipulate than fresh tissue, which is softer and stickier.
Moreover, small incisions made in fixed tissue may not render the brain unusable for immuno-
fluorescence techniques if the damaged part is not close to where the neurons of interest are
located. On the contrary, a brain dissected for electrophysiology should be completely undam-
aged. The only way to master this technique is to practice the dissection. With time and practice,
damage to the brains will occur less frequently, but it will still happen, and, in this case, discard the
brain and start a new dissection from the beginning.

Problem (Step 13.iii): The glue at the tip of the glue pipette hardens before it can be blown out.
Solution: If clogging still occurs, the pipette may be saved by breaking the tip a little more to remove

the clogged portion. To do this, insert the pipette into the Sylgard down to the coverslip and rub
the tip on the glass at the bottom to break the clogged tip. When pulling the pipette out of the
Sylgard, the liquid glue will flow out of the pipette again, allowing you to glue the brain. Be careful
with this technique, however, because if the tip is broken too much, all the glue will flow out at
once, damaging the preparation by overgluing. If this happens, discard the brain and start a new
dissection from the beginning.

DISCUSSION

Electrophysiological recordings require the tissue to be immobilized by some means. To achieve this,
harps (tiny pieces of metal in the shape of a harp that hold down tissue such as a mouse brain slice) can
be used, but these are not convenient for small fly tissues such as larval or adult brains. Pinning down
the tissue is another means of immobilization, but this causes extra damage to the tissue. Also, pins
may obstruct access when approaching the tissue with the electrode or the protease pipette.
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Both of our dissection protocols (this one and Protocol: Dissection of Drosophila Wandering
Larval Brains for Patch-Clamping Neurons [Fernandez-Chiappe andMuraro 2022b]) propose gluing
down the tissue instead of holding it down by other means. This is a quick and easy way to immobilize
the tissue, but an adequate substrate onto which the tissue can be effectively glued down is necessary.
Sylgard is a silicone product that perfectly serves this purpose. Once prepared following the manu-
facturer’s instructions (using the Sylgard 184 Silicone Elastomer Kit [Dow Corning]), Sylgard can be
poured into small Petri dishes (plastic, 35-mm in diameter) to create a perfect arena for dissections;
these can be washed and recycled over and over. Sylgard can also be poured onto small coverslips on
which the desired tissue can be glued down.

Gluing brains to coverslips is a challenging part of this procedure. To master gluing down a brain,
youmust first master gluing. Take time to accustom yourself to how strongly you need to rub the tip of
the pipette to cause a good amount of glue to flow in when you aspirate from your gluer (as shown in
Fig. 1E in Protocol:Dissection ofDrosophilaWandering Larval Brains for Patch-Clamping Neurons
[Fernandez-Chiappe and Muraro 2022b]). Next, add a drop of adult external saline with no fly to a
Sylgard-covered coverslip and place it under the dissection microscope and simply practice blowing
glue by using positive pressure onto the Sylgard surface, aiming to produce small drops of glue in a
row. If you feel adventurous, attempt to write your name in glue on the Sylgard surface. If you
accomplish this, you are ready to glue some brains! Patch pipettes need to be freshly polished (see
Steps 8–13 in Protocol: Preparation of Pipettes and Pipette-Filling Devices for Patch-Clamping
Drosophila Neurons [Fernandez-Chiappe and Muraro 2022d]), so patch pipettes left unused from
a previous patching session or the halves of pipettes left over when setting up the appropriate puller
settings (see Steps 20–28 in Protocol: Preparation of Pipettes and Pipette-Filling Devices for Patch-
Clamping Drosophila Neurons [Fernandez-Chiappe and Muraro 2022d]) can be used for gluing.

RECIPES

Adult External Saline

Reagent Final concentration

NaCl 101 mM

KCl 3 mM

CaCl2·2H2O 1 mM

MgCl2·6H2O 4 mM

NaH2PO4 1.25 mM

NaHCO3 20.7 mM

Glucose 5 mM

In advance of the experiment, prepare this solution as follows.
1. Combine the above reagents without calcium chloride or glucose.

The salts are not soluble at 10× the concentrations shown; do not attempt to make a 10×
solution.

2. Adjust pH to 7.2 with 10% HCl.
This solution can be stored for up to many weeks at 4˚C.

3. Before use, add calcium chloride and glucose.
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Sharpened Forceps

MATERIALS

Equipment
Dissecting microscope
Forceps (fine; e.g., Dumont #55, Fine Science Tools 11255-20)
Sharpening stone (e.g., Dan’s Black Arkansas)

METHOD
1. Set the sharpening stone under a dissecting microscope, and, with the pair of forceps

pressed closed, start rubbing one side and then the other to sharpen the tip, with the
aim of making the endsmeet again. Alternate sharpening a little on one side followed
by a little on the other side; also change the angle between the forceps and the
sharpening stone.

A drop of H2O on the sharpening stone may help to achieve better sharpening.

2. After a few minutes (depending on the material of the forceps and the extent of
damage, it may take less or more time), wet soft tissue paper and wipe the forceps’ tip
clean from the handle toward the tip to remove the shredded metal.

3. Observe the result of the sharpening under the dissecting microscope. Test the
forceps by attempting to pick up a small item such a dissection pin.

4. Continue sharpening (Step 1) if the tip is not yet good enough.

Sylgard-Coated Coverslips and Petri Dishes

MATERIALS

Equipment
Coverslips (small, square, 18 × 18-mm or round, 10-mm in diameter)
Falcon tubes (50-mL)
Incubator at �50˚C
Petri dishes (plastic, 35-mm and 100-mm in diameter)
Sylgard 184 Silicone Elastomer Kit (Dow Corning)
Syringes (1-mL)

METHOD
Sylgard-Coated Coverslips
1. Spread coverslips in many large Petri dishes (diameter of 100 mm or more) so that

they are not touching each other, but the whole dish is covered.

2. Prepare the Sylgard following the manufacturer’s instructions (basically by mixing
the two components at a 10:1 ratio in a 50-mL Falcon tube) and mix well.

3. Fill a 1-mL syringe with the Sylgard mixture. Release a single drop on top of each
coverslip.

One drop is enough; do not add more or it will go over the coverslips, joining them all
together and creating an unusable art installation.

4. Place Petri dishes flat in an incubator for a few hours or overnight at�50˚C until the
Sylgard is hard.

Sylgard will remain liquid if stored at −20˚C for some time (months); keep leftover
material at −20˚C for future preparation of Sylgard-covered coverslips.
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Sylgard-Coated Petri Dishes

5. Prepare the Sylgard following the manufacturer’s instructions (basically by mixing
the two components at a 10:1 ratio in a 50-mL Falcon tube) and mix well.

6. Pour Sylgard into a 35-mm Petri dish to cover its surface completely with a thick
layer (approximately half its height).

7. Place the Petri dish flat in an incubator overnight at�50˚C until the Sylgard is hard.

REFERENCES

Feng Y, Ueda A, Wu C-F. 2004. A modified minimal hemolymph-like so-
lution, HL3.1, for physiological recordings at the neuromuscular junc-
tions of normal and mutant Drosophila larvae. J Neurogenet 18:
377–402.

Fernandez-Chiappe F,Muraro NI. 2022a. Patch-clamping fly brain neurons.
Cold Spring Harb Protoc doi:10.1101/pdb.top107700

Fernandez-Chiappe F, Muraro NI. 2022b. Dissection of Drosophila wander-
ing larval brains for patch-clamping neurons. Cold Spring Harb Protoc
doi:10.1101/pdb.prot107934

Fernandez-Chiappe F, Muraro NI. 2022c. Patch-clamping Drosophila brain
neurons. Cold Spring Harb Protoc doi:10.1101/pdb.prot107936

Fernandez-Chiappe F, Muraro NI. 2022d. Preparation of pipettes and
pipette-filling devices for patch-clamping Drosophila neurons. Cold
Spring Harb Protoc doi:10.1101/pdb.prot107932

Advanced Online Article. Cite this protocol as Cold Spring Harb Protoc; doi:10.1101/pdb.prot107935 7

Dissection of Adult Brains for Patch Clamping

 Cold Spring Harbor Laboratory Press
 at Cold Spring Harbor Laboratory Library on July 12, 2022 - Published by http://cshprotocols.cshlp.org/Downloaded from 

http://cshprotocols.cshlp.org/
http://www.cshlpress.com


doi: 10.1101/pdb.prot107935; published online July 7, 2022Cold Spring Harb Protoc; 
 
Florencia Fernandez-Chiappe and Nara I. Muraro
 

 Adult Brains for Patch-Clamping NeuronsDrosophilaDissection of 

Service
Email Alerting  click here.Receive free email alerts when new articles cite this article - 

Categories
Subject Cold Spring Harbor Protocols.Browse articles on similar topics from 

 (325 articles)Neuroscience, general
 (96 articles)Electrophysiology

 (9 articles)Drosophila Neurobiology 2e
 (9 articles)Drosophila Neurobiology

 (248 articles)Drosophila

http://cshprotocols.cshlp.org/subscriptions 
go to: Cold Spring Harbor Protocols To subscribe to 

© 2022 Cold Spring Harbor Laboratory Press

 Cold Spring Harbor Laboratory Press
 at Cold Spring Harbor Laboratory Library on July 12, 2022 - Published by http://cshprotocols.cshlp.org/Downloaded from 

http://cshprotocols.cshlp.org/cgi/alerts/ctalert?alertType=citedby&addAlert=cited_by&saveAlert=no&cited_by_criteria_resid=protocols;10.1101/pdb.prot107935&return_type=article&return_url=http://cshprotocols.cshlp.org/content/10.1101/pdb.prot107935.full.pdf
http://cshprotocols.cshlp.org/cgi/collection/drosophila
http://cshprotocols.cshlp.org/cgi/collection/dros_neuro
http://cshprotocols.cshlp.org/cgi/collection/drosneuro2
http://cshprotocols.cshlp.org/cgi/collection/electrophysiology
http://cshprotocols.cshlp.org/cgi/collection/neuroscience_general
http://cshprotocols.cshlp.org/cgi/subscriptions
http://cshprotocols.cshlp.org/
http://www.cshlpress.com


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

  /CreateJDFFile false
  /Description <<

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

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


