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Abstract
In neurophysiology researches, peripheral stimulation is used along with recordings of neu-

ral activities to study the processing of somatosensory signals in the brain. However, limited

precision of peripheral stimulation makes it difficult to activate the neuron with millisecond

resolution and study its functional properties in this scale. Also, tissue/receptor damage

that could occur in some experiments often limits the amount of responses that can be re-

corded and hence reduces data reproducibility. To overcome these limitations, electrical

microstimulation (ES) of the brain could be used to directly and more precisely evoke neural

responses. For this purpose, a deep-brain ES protocol for rat somatosensory relay neurons

was developed in this study. Three male Wistar rats were used in the experiment. The ES

was applied to the thalamic region responsive to hindpaw tactile stimulation (TS) via a theta

glass microelectrode. The resulting ES-evoked cortical responses showed action potentials

and thalamocortical relay latencies very similar to those evoked by TS. This result shows

that the developed deep-brain ES protocol is an effective tool to bypass peripheral tissue for

in vivo functional analysis of specific types of somatosensory neurons. This protocol could

be readily applied in researches of nociception and other somatosensory systems to allow

more extensive exploration of the neural functional networks.

Introduction
In neurophysiology researches, electrical neural activities measured in vivo provide much in-
formation about the processing of somatosensory signals (e.g. tactile, nociceptive, etc.) in the
brain. Conventionally, adequate stimulus (e.g. mechanical force) is applied to peripheral tissue,
and the evoked neural responses are recorded for observation and analyses. However, limita-
tions may exist under certain conditions. Because peripheral stimulus of millisecond precision
is not easy to produce or control, it is difficult to activate a somatosensory neuron with such
resolution to study its functional properties at this scale. Also, in some experiments such as
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those of nociception researches, repeated stimulation may cause tissue/receptor damage [1,2].
Once damaged, it becomes difficult to evoke responses from the targeted tissue, and the num-
ber of recordings that can be obtained is consequently limited. This often seriously reduces
data reproducibility.

Using electrical microstimulation (ES) could overcome these limitations. Because ES is a
controllable and precise tool that can be applied to the nervous system without much damage,
it has been widely used in researches to probe neural circuitries [3–5], and also in clinical prac-
tices to treat neurological disorders and restore sensory functions [6–9]. With proper devices,
ES could allow direct stimulation of the neurons with a millisecond resolution or even better.
When signal collection is hindered by tissue damage or other problems, it could also be used to
bypass the peripheral tissue and repeatedly evoke neural responses. Therefore, more extensive
study of the neuron functions in the somatosensory system could be achieved using ES.

For this purpose, a deep-brain ES protocol for the rat thalamus was developed in this study.
Considering that tactile stimulation (TS) evokes obvious signals with clear somatotopic organi-
zation, and thus allows easier locating of target neurons, the tactile pathway was chosen here to
establish the protocol. Using a glass microelectrode, ES was applied to the ventral posterolateral
nucleus (VPL) of thalamus to stimulate thalamic relay neurons, the tertiary neurons of the so-
matosensory system responsible for signal relaying to the cortex. Action potentials (APs) in the
primary somatosensory (SI) cortex were successfully evoked by ES, and were compared with
those evoked by TS, thereby demonstrating the feasibility of using this protocol to study specif-
ic neurons in the brain.

Materials and Methods

Animal surgery and ethical statement
Three adult male Wistar rats weighing 250–400 g were used in the experiment. Each animal was
kept anesthetized by an initial intraperitoneal injection (50 mg/kg) and subsequent intravenous
injections (10 mg/kg, every 1 hour) of sodium pentobarbital. For stimulation and recording of
the right hemisphere, a rectangular craniotomy 0–5 mm posterior to bregma and 0.5–5 mm
lateral to midline was performed. The body temperature was maintained at 37±0.5°C using a
homeothermic blanket. If an increase in breathing frequency (over 80/min) or signs of discom-
fort (twitching, whisker motion) were observed, an extra dose of pentobarbital (5 mg/kg) was
injected intravenously to relieve the animal. At the end of the experiment, the animal was sacri-
ficed by an intravenous injection of pentobarbital overdose (30 mg/kg). All treatments were
based on concerns of minimizing animal suffering. The protocol was approved by the Institu-
tional Animal Care and Use Committee (IACUC) of National Taiwan University College of
Medicine and College of Public Health (Approval Number: 20120498), valid from August 2013
to July 2014.

Stimulation and recording
Two types of borosilicate glass pipettes were used as electrodes for response searching and sub-
sequent recordings. A normal micropipette (6025, A-M Systems) was used for the cortex, and a
theta micropipette (TGC150-10, Warner Instruments) was used for the thalamus. The two mi-
cropipettes were processed with a pipette puller (model 720, David Kopf Instruments) to pro-
duce tapered tips for insertion. In the ES process, the theta micropipette was used as a bipolar
microelectrode (Fig. 1) to deliver electrical pulses, which could prevent extensive spread of
charge and thus provide a precision higher than conventional unipolar electrodes [10].

The electrodes were injected with 3 M NaCl solution for conduction and connected to an
amplification system that included a self-designed amplifier (×2500), an analog-to-digital card
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(BNC-2090, National Instruments) for signal conversion, and a computer for storage. Data
were collected at a sampling rate of 100 kHz.

The thalamic and cortical neurons responsive to hindpaw tactile stimuli were located by the
following method. The electrode tip was inserted into the brain surface and descended progres-
sively in 100 μm steps using a micromanipulator (MO-10, Narishige). Meanwhile, the hindpaw
was touched with a brush to evoke response signals, which were turned into sound spikes by an
audio monitor (AM8, Grass Technologies) to facilitate aural searching. Once the responses
were located, the stimulation and recording processes were started.

The TS was applied to the center of the left hindpaw, and the thalamic and cortical re-
sponses were recorded with the two glass electrodes. The two electrodes were then kept in the
same position to apply the ES to the thalamus and to record the cortical responses. With this
design, the thalamic relay neurons identified by TS could be precisely stimulated by ES, and the
TS- and ES-evoked cortical responses could be compared. All recordings were extracellular.

The TS (9 gw) was generated by a self-designed mechanical stimulator and applied with a
0.4 mm diameter nylon stick [11].

The ES was a single pulse generated by a constant-voltage pulse generator (DS2, Digitimer).
Multiple levels of parameters were tested in the experiment to evoke cortical responses. These
included strengths of 20, 40, 60, 80, and 90 V, and durations of 0.2, 0.6, 1, 1.4, 1.8, and 2.0 ms.
With the measured impedance (885 kO on average and a minimum of 770 kO) of the pulled
theta glass tip, the maximum current amplitude was estimated to be 0.12 mA.

Data analysis
All recordings were digitally low-pass filtered (2nd-order Butterworth filter, at 5 kHz) to reduce
environmental high-frequency noise. The following analyses were then conducted for filtered
data of each animal. Signal correlations were all evaluated by Pearson’s r. All analyses were car-
ried out using MATLAB 7.10.0.

Spike detection. For subsequent comparisons, AP spikes in the recorded traces were de-
tected using thresholds. In our data, cortical spikes were generally larger than thalamic spikes,

Fig 1. Theta glass electrode. (A) The glass was pulled to produce the tip for microstimulation. (B) The tip of the glass. With two isolated channels (as
indicated by the arrows), the tip could be used as a bipolar microelectrode.

doi:10.1371/journal.pone.0117289.g001
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so their detection parameters (thresholds and signal durations) were determined respectively;
but the standard remained the same among all subjects. For cortex traces, any 0.7-ms signal
with both descending and ascending amplitudes larger than the threshold were detected as
TS- or ES-evoked cortical AP spikes (Fig. 2). The adopted threshold was 10 times the size of
the baseline activity, which was defined as the standard deviation of the last 10-ms signal (60 to
70 ms) in each trace. The first 5 ms of each trace were excluded from detection because of stim-
ulation artifacts. For thalamus traces, the same method was adopted to detect TS-evoked tha-
lamic AP spikes, but the threshold was 6 times the size of the baseline activity, and a 0.5-ms
signal duration was used.

Latency comparison. Thalamocortical relay (TC-relay) latency of each detected cortical
spike was obtained. Similarity in this latency would indicate the same relay pathway from thal-
amus to cortex. For TS, it was defined as the time delay between the cortical spike and the first
thalamic spike of the same trial (Fig. 3A). For ES, it was defined as the latency of the cortical
spike (Fig. 3B), because ES was applied directly to the thalamus. With the individual latencies
thereby obtained, the distribution in each subject was plotted and shown.

Waveform comparison. The similarity between TS- and ES-evoked cortical APs in each sub-
ject was quantified using averaged signals of selected samples. Firstly, for both TS and ES, 4 spikes
in different traces were selected for this purpose, based on their signal correlation. The two spikes
with highest correlation among all detected spikes were first selected; then, among the rest, the
two that respectively yielded highest correlation with the above two were also selected. Thereby,
the selected spikes would share a similar waveform and could thus better represent the evoked re-
sponse. The correlations were evaluated using the detected 0.7-ms signals.

Fig 2. Detection of spike signals. A: descending amplitude. B: ascending amplitude. Signals with both
amplitudes larger than the threshold were detected as evoked spikes.

doi:10.1371/journal.pone.0117289.g002
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Subsequently, for both TS and ES, an averaging procedure was performed for the 4 traces
with selected spikes, which used time alignment to conserve the spike signals (S1 Fig.): (1) The
most highly correlated 0.5-ms segments of 2 selected spikes were identified by examining all
0.5-ms segments with central points within the 0.1-ms centered on the peak. The 2 traces were
shifted on the time axis to completely overlap these 2 segments, and then averaged. (2) The
other 2 traces were also averaged in the same way. (3) The resulting 2 traces were again aver-
aged in the same way, thus obtaining the trace with the averaged signal of 4 selected spikes.

Finally, the most highly correlated 1-ms segments of the two averaged spike signals of TS
and ES were identified by examining all 1-ms segments with central points within the 0.1-ms
centered on the peak. The correlation coefficient between these two 1-ms averaged signals was
taken as a quantification of the AP waveform similarity in each subject. These signals and the
signals in the individual traces that contributed to them were plotted for visual demonstration.

Results

Spatial distribution of tactile responses
Among the 3 subjects, the recorded thalamic tactile responses were between 3.30 to 3.80 mm
lateral to midline, 2.90 to 3.10 mm posterior to bregma, and 6.30 to 6.65 mm beneath brain
surface, while the cortical responses were between 2.40 to 3.00 mm lateral to midline, 1.31 to
1.83 mm posterior to bregma, and 0.74 to 1.23 mm beneath brain surface. These distributions
match the VPL nucleus of thalamus and the hind limb regions of SI cortex, according to the
atlas provided by Paxinos and Watson [12].

Fig 3. TC-relay latency obtainment. The two traces in (A) are thalamus and cortex traces of the same TS trial. The trace in (B) is the cortex trace of an ES
trial. Single arrows indicate detected AP spikes (for the thalamus trace only the first). Double arrows represent the obtained TC-relay latencies.

doi:10.1371/journal.pone.0117289.g003
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Comparison of TS- and ES-evoked responses
TC-relay latency distributions of the detected cortical AP spikes are shown in Fig. 4. The outliers
in each subject (more than 1.5 interquartile ranges below the first quartile or above the third quar-
tile) were excluded. In this result, similar distributions of TS and ES can be seen in each subject.
Detected cortical spikes in one subject (#2) are shown in S2 Fig. to demonstrate the reproducibility
of the evoked responses.

A clear similarity between TS- and ES-evoked cortical AP spikes can be seen from the select-
ed samples of each subject (Fig. 5A). In the averaged traces of these samples, 1-ms averaged
spike signals (Fig. 5B) that yielded very high correlations (Pearson’s r>0.9) between TS and ES
were identified. These very high correlations (values in Fig. 5B) support the observed waveform

Fig 4. TC-relay latency distribution of detected cortical spikes.

doi:10.1371/journal.pone.0117289.g004
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Fig 5. Waveform comparison of TS- and ES-evoked cortical AP responses. (A) The individual traces with selected spikes. Bold lines show the individual
1-ms spike signals contributing to the averaged signals in (B). Scale: 0.2 mV. (B) The 1-ms averaged spike signals and the correlation coefficients yielded by
them. Scale: 0.5 ms, 0.2 mV.

doi:10.1371/journal.pone.0117289.g005
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similarity in each subject. The signals in the individual traces that contributed to the averaged
signals are shown by bold lines in Fig. 5A.

Discussion
The detected TS- and ES-evoked responses shared similar TC-relay latency distributions. Also,
the high signal correlations yielded by the 1-ms averaged signals of the selected spike samples
support the waveform similarity in terms of AP responses. Since the cortex recording electrode
was kept in the same position, these results certainly indicate that ES evoked responses of the
same cortical neuron (or neuron group) through the same relay pathway as TS did.

In 2 of the 3 subjects, average TC-relay latencies of the detected TS and ES responses were
very close to each other, with differences less than 0.5 ms. In the other one (#1), the difference
was 2.04 ms (TS>ES). Because this difference was close to the duration of a synaptic delay, we
consider that it did not reflect major deviation of the relay pathway. It is possible that the part
of the pathway excited by ES was postsynaptic to the signal-generating part.

In vivo and direct functional analyses of somatosensory neurons in the thalamus and cortex
could be done using this protocol. With the precision of ES, the encoding of thalamic activities
in the cortex could be studied with finer resolution. Stimulation strength or duration could be
varied to analyze how different degrees of thalamic neuron excitation are reflected in down-
stream cortical responses. Furthermore, by systematically probing areas of thalamus with ES
and observing corresponding cortical responses, more properties of somatotopic and other
functional organizations of the thalamocortical projections could be revealed.

We also expect that the problem of tissue damage in nociception experiments could be over-
come with this protocol. This application could be carried out by using noxious instead of tac-
tile stimuli to locate nociceptive relay neurons in the thalamus. Once the neurons are located,
ES would then be adopted to allow more stimulation cycles. With the larger amount of data
that could thereby be obtained, the signals relayed by the nociceptive thalamic neurons to the
cortex could be analyzed more extensively than would be possible using noxious stimulation
alone. This may substantially contribute to further understanding of the nociceptive system in
the brain.

Supporting Information
S1 Fig. Trace averaging procedure. For both TS and ES, the 4 cortex traces with selected
spikes were averaged using this procedure. The numbers correspond to the steps described in
the text. In each step, two traces were shifted to overlap the most highly correlated signals
(bold lines) and then averaged.
(TIF)

S2 Fig. Detected cortical spikes in one subject (#2). (A) TS-evoked spikes. (B) ES-evoked
spikes. Bold lines show detected signals.
(TIF)

Author Contributions
Conceived and designed the experiments: FJ HJ. Performed the experiments: HJ KC. Analyzed
the data: HJ KC. Contributed reagents/materials/analysis tools: FJ. Wrote the paper: FJ HJ.

References
1. Le Bars D, Gozariu M, Cadden SW (2001) Animal models of nociception. Pharmacological Reviews

53: 597–652. PMID: 11734620

Microstimulation of Somatosensory Neurons

PLOS ONE | DOI:10.1371/journal.pone.0117289 February 19, 2015 8 / 9

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0117289.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0117289.s002
http://www.ncbi.nlm.nih.gov/pubmed/11734620


2. Arendtnielsen L, Bjerring P (1988) Sensory and pain threshold characteristics to laser stimuli. Journal
of Neurology Neurosurgery and Psychiatry 51: 35–42. PMID: 3351529

3. Tehovnik EJ, Tolias AS, Sultan F, SlocumWM, Logothetis NK (2006) Direct and indirect activation of
cortical neurons by electrical microstimulation. Journal of Neurophysiology 96: 512–521. PMID:
16835359

4. Histed MH, Ni AM, Maunsell JHR (2013) Insights into cortical mechanisms of behavior frommicrostimu-
lation experiments. Progress in Neurobiology 103: 115–130. doi: 10.1016/j.pneurobio.2012.01.006
PMID: 22307059

5. Clark KL, Armstrong KM, Moore T (2011) Probing neural circuitry and function with electrical microsti-
mulation. Proceedings of the Royal Society B-Biological Sciences 278: 1121–1130. doi: 10.1098/rspb.
2010.2211 PMID: 21247952

6. Pikov V (2008) Clinical applications of intraspinal microstimulation. Proceedings of the IEEE 96: 1120–
1128.

7. McCreery DB (2008) Cochlear nucleus auditory prostheses. Hearing Research 242: 64–73. doi: 10.
1016/j.heares.2007.11.014 PMID: 18207678

8. Benabid AL (2003) Deep brain stimulation for Parkinson's disease. Current Opinion in Neurobiology
13: 696–706. PMID: 14662371

9. Krack P, Hamel WG, Mehdorn HM, Deuschl G (1999) Surgical treatment of Parkinson's disease. Cur-
rent Opinion in Neurology 12: 417–425. PMID: 10555830

10. Neagu B, Strominger NL, Carpenter DO (2005) Use of bipolar parallel electrodes for well-controlled
micro stimulation in a mouse hippocampal brain slice. Journal of Neuroscience Methods 144: 153–
163. PMID: 15910973

11. Tsai MF (2000) Quantitative Mechanical and Thermal Stimulators. Unpublished master's thesis, Na-
tional Taiwan University.

12. Paxinos G, Watson C (1998) The Rat Brain in Stereotaxic Coordinates. Academic Press, San Diego
PMID: 25506963

Microstimulation of Somatosensory Neurons

PLOS ONE | DOI:10.1371/journal.pone.0117289 February 19, 2015 9 / 9

http://www.ncbi.nlm.nih.gov/pubmed/3351529
http://www.ncbi.nlm.nih.gov/pubmed/16835359
http://dx.doi.org/10.1016/j.pneurobio.2012.01.006
http://www.ncbi.nlm.nih.gov/pubmed/22307059
http://dx.doi.org/10.1098/rspb.2010.2211
http://dx.doi.org/10.1098/rspb.2010.2211
http://www.ncbi.nlm.nih.gov/pubmed/21247952
http://dx.doi.org/10.1016/j.heares.2007.11.014
http://dx.doi.org/10.1016/j.heares.2007.11.014
http://www.ncbi.nlm.nih.gov/pubmed/18207678
http://www.ncbi.nlm.nih.gov/pubmed/14662371
http://www.ncbi.nlm.nih.gov/pubmed/10555830
http://www.ncbi.nlm.nih.gov/pubmed/15910973
http://www.ncbi.nlm.nih.gov/pubmed/25506963


<<
  /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


