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Abstract

Cerenkov luminescence imaging is an emerging optical technique for imaging the distribution of radiopharmaceuticals in vivo. However,

because of the light scattering effect, it cannot obtain optical information from deep internal organs. To overcome this challenge, we

established a novel endoscopic Cerenkov luminescence imaging system that used a clinically approved laparoscope and an electron-

multiplying charge-coupled device camera. We assessed the performance of the system through a series of in vitro and in vivo experi-

ments. The results demonstrated superior superficial imaging resolution (0.1 mm), a large field of view (500 mm2 with 10 mm imaging

distance), and superb imaging sensitivity (imaging 1 μCi) of our system. It captured the weak Cerenkov signal from internal organs

successfully andwas applied to intraoperative surgical navigation of tumor resection. It offered objective information of the tumor location

and tumor residual during the surgical operation. This technique holds great potential for clinical translation.

C ERENKOV RADIATION (CR) was first experimentally
detected by Pavel Cerenkov in 19341; then Frank and

Tamm proved the physical principle in 1937.2 Cerenkov lumi-
nescence is the electromagnetic radiation emittedwhen a charged
particle passes through a dielectric medium at a speed greater
than the phase velocity of light in that medium.1–4

In recent years, as the highly sensitive charge-coupled device
camera developed rapidly, CR was applied in optical imaging
gradually and became an important modality of optical mole-
cular imaging.5–30 Robertson and colleagues employed CR for
in vivo molecular imaging studies for the first time, and novel
Cerenkov luminescence imaging (CLI) was presented.5 Con-
sidering the positron energy spectrum, Spinelli and colleagues
presented a detailed model of the CR spectrum to quantify the
CR emission.6 Although CLI has demonstrated many advan-
tages, such as high superficial resolution, high throughput, low

cost, ability to use clinically approved radioactive tracers,12–25

and great potential of clinical translation,17,18 conventional
planar CLI still cannot reflect depth information under skin
tissues. Therefore, considerable efforts were made in three-
dimensional Cerenkov luminescence tomography techniques,
and a variety of approaches have been proposed with certain
promise.7–12 However, thesemethods did not solve the essential
challenge of acquiring optical information from deep organs,
only offering limited imaging depth because a great portion of
Cerenkov light was lost due to the tissue absorption and scat-
tering effect.

Endoscopic imaging provides another option by maximally
reducing the optical signal loss through minimum invasion,
which can effectively avoid tissue absorption and scattering.26–30

Here we present a novel endoscopic Cerenkov luminescence
imaging (ECLI) system that used a clinically available endoscope
to achieve high-resolution and high-sensitivity in vivo imaging
of radioactive tracer with a large field of view (FOV). The system
was validated by a series of in vitro and in vivo studies and then
applied to in vivo tumor detection and intraoperative surgical
navigation. The ECLI system holds great promise for clinical
translation of tumor detection in deep internal organs.

Materials and Methods

ECLI System

The ECLI system consisted of three units, as shown in Figure 1.
The electronic x-y-z translation platform and the animal cage
constituted the animal holding unit (see Figure 1A). The
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Cerenkov signal acquisition unit (see Figure 1B) employed a
clinically available laparoscope (WA53000A, Olympus, Japan;
length 400 mm, diameter 10 mm) coupled with an electron-
multiplying charge-coupled device (EMCCD) camera (DU888+,
Andor Technology, Belfast, UK). The sensor size of the

EMCCD camera is 13.3 × 13.3 mmwith a total pixel number of
1,024 × 1,024. The laparoscope and EMCCD camera were con-
nected by a custom-made adapter so that the focus could be
adjusted manually by turning the spin button on it. The control
and display unit consisted of a computer and a controller of the
animal holding unit (see Figure 1C). It also controlled the para-
metersof theacquisitionunit, suchasexposuretime,binning,and
gain. The animal holding unit and Cerenkov signal acquisition
unit were installed in a light sealing box inside a dark room to
prevent interference from the background light noise.

To investigate the performance of the ECLI system, a
series of in vitro and in vivo studies were conducted.

CLI System

The conventional planar Cerenkov luminescent images were
acquired by a CLI system developed in our laboratory. The sys-
tem consisted of a lens (24 mm, F1.4, Canon, Japan) coupled
with the sameDU888+ camera (AndorTechnology, Belfast, UK)
as the ECLI system. The planar Cerenkov luminescent images
were obtained under the same environment and the same light
sealing.

In Vitro Phantom Studies

A multifunctional calibration target (NT58-403, Edmund
Optics, Barrington, NJ; Figure 2A was imaged by the ECLI
system in room light to evaluate the FOV in the function of

Figure 1. The endoscopic Cerenkov luminescence imaging system. A,
Animal holding unit: an animal cage was put on top of an electronic x-y-z
translation platform.B, Cerenkov signal acquisition unit: a laparoscopewas
coupled with an EMCCD camera by a custom-made adapter. BothA andB
were installed in a light sealing box.C, A control and display unit controlled
the translation platform and the imaging acquisition parameters.

Figure 2. Endoscopic Cerenkov
luminescence imaging (ECLI) sys-
tem performance assessment. A,
The field of view (FOV) increased
exponentially in the function of
imaging distance. B, A multi-
functional calibration target. C,
Standard phantom showed that
the imaging resolution of the
ECLI system was 0.1 mm. D, The
fish-eye effect of the ECLI system.
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the imaging distance, the imaging resolution, and the geo-
metric distortion. Then [18F]fluorodeoxyglucose ([18F]FDG)
(0.3 mL, 160 μCi, concentration 0.53 μCi/μL) was injected
into an Eppendorf (EP) tube, and a series of luminescent
images were acquired using the ECLI system at different time
points so that the system’s sensitivity was evaluated via dif-
ferent radioactivities (160 μCi, 80 μCi, 40 μCi, 20 μCi, and
1 μCi) of the same imaging subject in the sealed light
environment. The imaging parameters were exposure
300 seconds, gain 800, and no binning for all cases except for
imaging the 1 μCi tube, in which binning 4 was applied.
Although the EMCCD camera was placed away from the
imaging subjects due to the length of the laparoscope (see
Figure 1B), a small portion of the high-energy gamma photons
(511 keV) emitted from [18F]FDG still reached the chip of the
EMCCD camera and caused background noise (Figure S1, left
image, online version only). Therefore, imaging filtering was
applied to eliminate the noise effect (Figure S1, right image,
online version only). This technique was applied to all image
acquisitions in this study.

To investigate the performance of the ECLI system for
imaging radioactive tracers with various depths, we prepared
three glass tubes (diameter 2 mm, length 22 mm) filled with
150 μCi [18F]FDG (concentration 2.17 μCi/μL). The tubes
were arranged in a row 10 mm apart. Then five pieces of
porcine muscle tissue with different thicknesses (1–5 mm)
were placed on the tubes, and the luminescent images were
acquired separately by the ECLI system.

Animal Experiments

All animal experiments were performed in accordance
with the guidelines of the Institutional Animal Care and Use
Committee (IACUC) at Peking University (Permit Number
2011-0039), which also approved the research procedures.
All surgery was performed under sodium pentobarbital
anesthesia, and all efforts were made to minimize suffering.
All the nude mice were female, 5 to 6 weeks old, and
purchased from the Department of Experimental Animals,
Peking University Health Science Center. Human colon
carcinoma cells HCT-8 were cultured in Dulbecco’s
Modified Eagle’s Medium (DMEM). Cells were grown in a
humidified air atmosphere of 5% CO2 at a temperature of
37°C. Approximately 1 × 106 HTC-8 cells were implanted
subcutaneously in the left underarm of each nude mouse.

In Vivo Studies

[18F]FDG (500 μCi, concentration 3.7 μCi/μL) was injected into
three healthy nude mice via the tail vein. Conventional Cer-
enkov luminescence images were acquired 30 minutes after the

injection using the CLI system. Then for each mouse, the chest
and abdomen area was surgically opened, and the ECLI system
was applied to acquire the luminescent images of internal
organs (exposure 300 seconds, gain 800, and binning 4). After
that, the mice were sacrificed immediately, and the radio-
activity of the internal organs within the FOV was measured
to compare the optical intensity measured from images.

After imaging the healthy nude mice, a HCT-8 tumor
xenograft mouse model was employed for simulating the
intraoperative tumor resection using the ECLI system.
[18F]FDG (640 μCi, concentration 4.27 μCi/μL) was injected
into the xenograft tumormodel via the tail vein, and luminescent
imageswith different FOVwere acquired (exposure 300 seconds,
gain 800, and binning 4) before and after surgery. Surgical
resectionwas operated by an experienced surgeon.Hematoxylin-
eosin microscopy was applied to verify the resected tissue.

Results

ECLI System In Vitro Evaluation

In the optical property evaluation of the system, we found
that the FOV increased exponentially with an increase in
imaging distance, as shown in Figure 2B (Y = 4.6 × X1.7,
r2 = .99). When the tip of the laparoscope was 10 mm away
from the imaging subject, the FOV reached 500 mm2. The
maximal superficial resolution of the system was 0.1 mm (see
Figure 2C). The barrel distortion became more and more
severe from the center of FOV to the surrounding periphery
(see Figure 2D). This was probably because the laparoscope is
a 0° angle endoscope with a typical fish-eye lens effect.

In the Cerenkov signal sensitivity evaluation, we found
that the Cerenkov luminescent signal emitting from 1 μCi
[18F]FDG was detected using the ECLI system (Figure 3A,
bottom right image), and 1 μCi was the minimal detectable
dose. To receive such a weak optical signal, the imaging
distance had to be less than 10 mm. That was why the FOV
was smaller for imaging 20 μCi and 1 μCi [18F]FDG (see
Figure 3A). The quantitative analysis showed that the Cer-
enkov light signal increased linearly in the function of the
radioactivity (Figure 3B), which was consistent with the
findings of other optical imaging systems.13,14,23 The corre-
lation coefficient was r2 = .97.

In the imaging depth evaluation, the ECLI system
detected Cerenkov luminescent signal of 150 μCi [18F]FDG
under 5 mm thick porcine muscle tissue (Figure 4A, right
image). However, the structural information of the light
sources was almost lost in the last two cases (4 mm and 5 mm
depth) because of the scattering effect. The plots in Figure 4B
are the line profiles across the three glass tubes (red lines on
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Figure 4A) in different imaging depths, which revealed that

the ECLI system can sufficiently distinguish the morphology

of the imaging subjects up to 3 mm imaging depth. We also

found the linear relationship between the Cerenkov signal

and the imaging depth (r2 = .98; Figure 4C).

ECLI for In Vivo Applications

Three healthy nude mice were injected via the tail vein with
500 μCi [18F]FDG (concentration 3.7 μCi/μL). Figure 5
illustrates the comparison of the images acquired from the

Figure 3. In vitro sensitivity
assessment of the endoscopic
Cerenkov luminescence imaging
system. A, The luminescence
images of 160 μCi, 80 μCi, 40 μCi,
20 μCi, and 1 μCi [18F]FDG,
respectively. B, The linear rela-
tionship between Cerenkov signal
and the activities of [18F]FDG.
AU = arbitrary units

Figure 4. In vitro imaging depth
assessment of the endoscopic Cer-
enkov luminescence imaging
(ECLI) system. A, Porcine muscle
tissues with different thicknesses
were put on top of three glass tubes
filled with 150 μCi [18F]FDG. The
overlay of white light and lumi-
nescent images was acquired by
the ECLI system. B, The line pro-
files across the three glass tubes in
different imaging depths. The red
lines in A indicate the location of
the profiles. C, The linear relation-
ship between the signal intensity
and thickness of porcine muscle
tissues. AU = arbitrary units
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CLI and ECLI systems. The Cerenkov luminescent flux was
clearly captured on the surface of the mouse using the CLI
system (see Figure 5A). However, it was difficult to estimate
the [18F]FDGmetabolism of the major internal organs due to
the severe light scattering. For the same imaging subject, the
ECLI system was able to acquire images through minimum
invasion (see Figure 5B). The image clearly revealed that
50 minutes after the tail vein injection, most of the Cerenkov
luminescence came from the liver, and [18F]FDG was not
homogeneously distributed in the liver. After sacrificing the
mice, the average radioactivity of the liver, heart, and lung was
9.0 ± 1.0 μCi, 2.3 ± 0.6 μCi, and 3.7 ± 0.6 μCi, respectively

(Figure 5D). The optical signal intensity of the three organs
was (9.2 ± 0.4) × 104, (2.4 ± 0.5) × 104, and (3.8 ± 0.6) × 104,
respectively (Figure 5C). The optical signal intensity obtained
from the ECLI system matched the radioactivity of the mice
internal organs.

[18F]FDG (640 μCi, concentration 4.27 μCi/μL) was
injected into an HCT-8 xenograft tumor model via the tail
vein, and the ECLI system was employed for intraoperative
tumor detection. The tumor tissue was resected by a surgeon
based on his experience, and several Cerenkov luminescent
images were acquired before and after resection using our ECLI
system (Figure 6).

Figure 5. In vivo comparison of
images acquired from Cerenkov
luminescence imaging (CLI) and
endoscopic Cerenkov lumines-
cence imaging (ECLI) systems. A
and B are the overlay images
acquired from the CLI and ECLI
systems. C, The average optical
signal intensity of the liver, heart,
and lung quantified from the
ECLI imaging of the three mice.
D, The average radioactivity of
the liver, heart, and lung. AU =
arbitrary units

Figure 6. Similation of intraoperative surgical navigation using the endoscopic Cerenkov luminescence imaging (ECLI) system. A, Due to the large
imaging distance and noise, a whole body overlay image showed several suspicious areas (red arrows). B, With a much smaller imaging distance, the ECLI
system captured significant optical signal from the tumor tissue.C, After surgical resection of the tumor tissue (red arrow), tumor residuals (yellow and black
arrows) were detected by the ECLI system. AU = arbitrary units
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Before the surgery, a whole body luminescent image was
taken (see Figure 6A) to locate the tumor (FOV 2,700 mm2).
However, because the imaging distance was too large and the
aperture of the laparoscope was relatively small, several
regions of interests (ROI) with high signal intensity can be
seen (see Figure 6A, red arrows). By using the electronic x-y-z
translation platform, we decreased the imaging distance,
which resulted in a smaller FOV. But after scanning all of
these suspected ROI, only the tumor tissue showed significant
optical signals (see Figure 6B; FOV 500 mm2). The other ROI
were just random noise. Then the surgeon performed the
operation and left the resected tissue next to the wound.
Another luminescent image was acquired by the ECLI system to
verify the residual tumor tissue (see Figure 6C; FOV 400 mm2).
We found clear optical signal from the resected tissue (see
Figure 6C, red arrow), the center of the wound (see Figure 6C,
black arrow), and the skin of the upper area of the wound (see
Figure 6C, yellow arrow). This indicated that significant tumor
residual was not removed during the surgery, and further
resection needed to be proceeded. We also measured the
radioactivity of the resected tumor tissue, which was 5 μCi.
After resecting the residual tissue, hematoxylin-eosin micro-
scopy confirmed that the tumor tissue was positive (Figure S2,
online version only).

Discussion

This study demonstrated a novel ECLI system to detect
Cerenkov luminescent signals in vivo effectively. The system
used a clinically available laparoscope to acquire white light
and luminescent images with minimum invasion. Since the
radioactive tracer and the laparoscope are both approved by
the US Food and Drug Administration, this system showed
great potential for clinical translation.

We evaluated the performance of the ECLI system through
a series of in vitro and in vivo experiments. It can provide great
imaging resolution (superficial), large FOV, and superb optical
sensitivity. The inherent advantages of the endoscopic imaging
help this system overcome the challenge of detecting weak
Cerenkov signals from deep internal organs in vivo. We found
consistent correlation between Cerenkov signal intensity and
radioactivity of different internal organs.

We employed the ECLI system to perform an intraopera-
tive surgical navigation for resection of the tumor tissue of a
HCT-8 xenograft. The results were encouraging.With the help
of the ECLI system, we were able to locate the tumor tissue
preoperation and examine the tumor residual postoperation.
This technique will significantly impact the detection and
resection of tumor lesions inside the peritoneal cavity.

The biggest challenge regarding the idea of using
endoscopic systems for Cerenkov imaging is always the
sensitivity.18–20,28–30 Compared to conventional CLI sys-
tems, the ECLI system can bring the lens extremely close to
the ROI (less than 10 mm imaging distance) and still offer
large FOV. This advantage compensates the sacrifice of the
optical aperture and ensures imaging sensitivity. For our in
vivo applications, the minimum dose that could generate
effective optical signal from organs or tissues was 5 μCi.
However, the tumor lesion uptake of radiopharmaceuticals
in clinical human applications was much less than this
value, which means that further improvement of the sen-
sitivity is still necessary.

In conclusion, we established a novel ECLI system that
can provide excellent superficial imaging resolution, great
FOV, and superb imaging sensitivity. This system can over-
come the limitation of imaging depth of conventional CLI
and offer objective information of tumor location and tumor
residual during tumor resection surgery. This technique
holds great potential for clinical translation.
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Figure S1. Process of eliminating the noise caused by gamma photons. An EP tube with [18F]FDG (100 μCi, concentration 2 μCi/μL) was covered by
black cardboard to exclude the Cerenkov photons. The left image shows the row data acquired by the endoscopic Cerenkov luminescence imaging
system. It demonstrates the noise effect caused by gamma rays. After applying a simple imaging filtering algorithm, the noise was removed. Thus, the
right image shows only the Cerenkov luminescent signals. AU = arbitrary units
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Figure S2. Hematoxylin-eosin histology of the resected residual tissue confirmed that the tumor was positive. Magnification level = ×200.

A Novel ECLI System for Intraoperative Surgical Navigation 451


	titlink1
	MI_2015_00018__.pdf
	titlink1



<<
  /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 /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 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


