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Protective effect of dorsal longitudinal myelotomy at
72 Hours after spinal cord injury in rat model
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Abstract

Incision of the spinal cord (myelotomy) after spinal cord injury (SCI) is a surgical treatment which
is mainly performed within 24 hours after SCI. However, many patients are first seen outside the
established time window of 24 hours. Furthermore, little attention has been given to its efficacy and
mechanism after 24 hours. In this study, dorsal longitudinal incision of spinal cord on SCI rats was
performed at 72 hours after SCI to remove the liquefied necrotic gray matter. The results indicated
that after myelotomy, locomotor function of hindlimbs significantly improved from 21st day after SCI.
There was also increased residual white matter area at the rostral and caudal segments to the injury
center when examined at day 42 after the injury. These results suggested that myelotomy at 72 hours
after injury has protective effect on the spinal cord.

INTRODUCTION

Spinal cord injury (SCI) is a severe illness of
central nerve system (CNS) which results in
huge economic and psychological burden on
society and family.!? Because of the growth and
differentiation specificity of the CNS cells and the
release of a series of injury factors and antibodies,
it is difficult for mammals to regenerate CNS
cells after injury.* After SCI, hemorrhage in gray
matter occurs immediately which results in the
degeneration and necrosis of CNS cells at primary
stage. This is followed by secondary damage
which includes inflammatory factors release,
mitochondrial damage, energy supply reduction,
apoptosis, and necrosis. All these events lead to
occurrence of Wallerian degeneration and loss of
nerve conduction and subsequently increases the
limb dysfunction.*> About a century ago, Alfred R.
Allen developed spinal cord contusion experiment
in animals. He also operated on patients who
suffered SCI.° Several experiments suggested that
medial longitudinal myelotomy was structurally
and functionally beneficial for SCI. Based on the
understanding of this pathological process, spinal
cord decompression is performed within 24 hours
after SCI to release the acutely accumulated fluid
in spinal cord, to reduce the tension on the nerve
tissue with beneficial therapeutic effect.”!” The
purpose of myelotomy after the exudative phase of

acute bleeding is to clear liquefaction necrosis in
gray matter and improve the internal environment
of spinal cord.""'"> However,many patients are first
seen outside the established time window of 24
hours. Till to date, little attention was given to its
efficacy and mechanism more than 24 hours after
the SCI. In this study, we investigated whether
the spinal cord dorsal incision and removal of the
liquefaction necrosis in gray matter at 72 hours
after SCI would affect the neurological outcome
in rat, and studied the effect of the surgery on
the spinal cord.

METHODS

Animals and groupings

Forty five adult male Sprague-Dawley rats
weighing 250-300 g were studied. The
experimental protocol was approved by the
Capital University of Medical Science Institutional
Animal Care and Use Committee. The animals
were classified into 3 groups. Group A, sham
group: laminectomy without contusion; Group B,
control group: laminectomy with contusion, after
72 hours spinal cord exposure without myelotomy;
Group C, myelotomy group: laminectomy with
contusion, myelotomy and debridement 72 hours
after contusion.
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Spinal cord injury and myelotomy

Rats were anesthetized with intraperitoneal
injection of pentobarbital (50mg/kg). Cefazolin
(50mg/kg) was injected subcutaneously before
surgery. The surgical site was shaved and swabbed
with alcohol. A midline skin incision was made to
expose T8-T12 spinal column. After stripping the
paraspinal muscles, laminectomy was performed
at T10 to expose the spinal cord. The exposure
area was about 2.5-3mm?. Contusion injury was
performed with the NYU (New York University)
weight drop device.!* The crackdown was 25gecm
to result in moderate contusion and intact dura.
The wound was then sutured layer by layer.
Urinary bladders were emptied by manual pressure
every 8 hours until recovery or sacrifice.

Seventy two hours after SCI, rats in Groups
B and C were anesthetized again. In Group
B (control group), the original incision was
reopened and the spinal cord was exposed, but
no myelotomy was performed. The animals in
Group C were operated under microscope along
the original incision which was opened layer by
layer. The granulation tissue, which covered the
surface of the spinal cord was removed. Under
microscope, the dura mater was found intact,
under tension and poorly pulsatile. Through the
dura mater old dark brown hemorrhage could be
seen under the subarachnoid space. According to
our previous experience and published data'*, we
used microsyringe needle to puncture a small hole
on the dura mater, slightly away from the middle
line in order to avoid the dorsal vessel. The dura
mater was cut with microscissors, arachnoid was
separated, spinal cord was incised partially and
longitudinally along the posterolateral sulcus at
depth of about 1-1.5mm. During the procedure,
some dust-color or reddish-brown material
consisted of old blood, cerebrospinal fluid and
necrosis-like materials flowed out of the operation
area. The local area and operative cavity was
washed gently twice using saline. The dura mater
was closed, a gelatin sponge (2x2mm) was placed
on the surface of the dura mater and the muscle
and skin were sutured.'®!"-14

Behavior test

We used the Basso-Beattie-Bresnahan (BBB)
locomotor rating scale to evaluate rat limbs motion
function. The rats were examined daily for one
week, then at day 14, day 21, day 28, day 35 and
day 42. Locomotion was analyzed according to
the 21 point BBB rating scale. Two observers
made the evaluation independently.'
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Histopathology examination

Forty two days after SCI, the rats were perfused
transcardially with 37°C 0.9% saline and
subsequently with 500 ml 4% paraformaldehyde
in 0.2 M phosphate buffer solution (pH 7.4), under
deep anesthesia. The spinal cord including 1.5cm
from the head to the end of the injury areas was
quickly separated and removed and was fixed in
same fixative at 4°C , and was cut into three blocks
(the injury center, rostral and caudal segments).
The rostral and caudal penumbras were 2.5-
5.0 mm from the injury center. Paraffin-embed
specimen were continuously sliced at 4 um and
put on gelatin coated slides, for hematoxylin and
eosin (HE) staining and luxol fast blue (LFB)
staining of myelin. Briefly for LFB staining, the
sections were treated with 0.1% LFB solution
(Sigma Chemical, St Louis, MO, USA) with
95% ethanol at 60°C overnight, then with 0.01%
Li,CO, for color separation.'s

The staining was observed under microscope
(Olympus, BX51, Japan) and analyzed with
software Image-Pro Plus 6.0 to calculate the
proportion of residual white matter area (= residual
white matter area/total white matter areax100).
The image processing was interactively operated
with Image-Pro plus 6.0 (IPP) to determine the
various thresholds to delineate these areas.

Statistic analysis

Statistic analysis was performed using SPSS
13.0. Mann-Whitney U test was used for BBB
scores and for the percentage of spared white
matter area. All values were given as mean+SEM,
p < 0.05 was set as significant level.

RESULTS

Locomotor function

The scores of the (BBB) locomotor rating scale
of all rats were 21 before contusion. Group
A continued to score 21 during the whole
observation period. For Groups B and C, all rats
showed complete bilateral hindlimb paralysis at
the first day after SCI (Figure 1). There was no
observable hindlimb movement or only slight
movement of one or two joints at the first 2-4
days after injury. Group C animals also showed
reluctance in activities and poor feeding. After
operation, animals in Group C showed a higher
BBB score than animals in Group B from 6 days
after SCI and reached significant difference from
day 21 (13.14£3.32 in Group C vs 10.10+0.89
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Figure 1. The time courses of functional recovery measured by Basso-Beattie-Bresnahan (BBB) locomotor rating
scores after spinal cord injury in Group B (control group) and Group C (myelotomy group). Group
C shows significant improvement of functional recovery as compared to Group B at day 21 post SCI
(p<0.05) and this difference persists till day 42 post SCI. Data represent means+SEM.

in Group B, p=0.044) till the end of the study
(»=0.002, 0.002, 0.016, at day 28, 35 and 42
respectively). In addition, rats in Group C
(mean BBB scores,13.14+3.32) had frequent
to consistent weight-support planter steps and
frequent FL-HL coordination according to the
open field test. Although animals in Group B also
regained some motor functions, the BBB score was
lower and only demonstrated occasional weight-
support planter steps but no FL-HL coordination.
At day 28 after SCI (15.08+2.52 in Group C,
11.20+1.30 in Group B, p=0.002<0.05), At day
35 after SCI (16.75+2.05 in Group C, 11.50+1.00
in Group B, p=0.002<0.05), At day 42 after SCI
(18.06+1.61 in Group C, 14.37£1.89 in Group
B), p=0.016<0.05).

Histopathology

Figure 2 shows the morphology of the spinal
cord slices with LFB stain at day 42 after SCI.
As shown, in Group A, the spinal cord remained
intact (Figure 2 a-c). However, in Group B (Figure
2 d-f) and Group C (Figure 2 g-i), white matter
demyelination was easily seen. When compared
with Group B, Group C had less demyelination
with more retained white matter at the rostral and
caudal segments. In the injury center, there was
little residual white matter retained and small
cystic formation (Figure 2, hollow arrow). The

central gray matter showed cavities from necrosis
(Figure 2, solid arrow).

The estimated proportion of residual white
matter area relative to the whole white matter
area at day 42 after injury of the three groups was
shown in Figure 3. In Group A, the proportion of
spared white matter was the same at the center,
rostral and caudal segments. In Group B and C, the
proportion of residual white matter area was higher
at the rostral and caudal segments as compared
to the center segment. The proportion of residual
white matter area at the rostral penumbra of Group
C (48.89+12.15%) was significantly larger than
the same area in Group B (28.69+9.03%, p=0.01).
The proportion of residual white matter area at
the caudal penumbra of Group C (55.94£15.82%)
was also significantly larger than the same area of
Group B (21.31£9.18%, p=0.020). In the injury
center however, there was no significant difference
in the residual white matter between Group B
and Group C (25.40+7.62% vs 30.64+7.88%,
p=0.256).

DISCUSSION

Myelotomy has a long history for treatment of
various spinal cord illnesses, such as in spinal
spasticity, spinal cord tumor excision, and
spinal cord decompression at acute stage.'”'®
Dorsal longitudinal myelotomy has been used
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Figure 2. Luxol fast blue (LFB) staining of spinal cord at rostral, center and caudal segments 42 days after SCI in
Groups A, B and C. Demyelination can be seen at the white matter in the periphery of spinal cord at rostral
and caudal segments. There are more tissue damage with cysts formation in the center segment.
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Figure 3. The residual white matter areas (spared white matter area/total white matter areax100) in the three study
groups at day 42 after SCI. Significantly larger white matter area is preserved in Group C as compared
to Group B at both the rostral and caudal segments (p<0.05). Data represent means+SEM.
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to decompress the spinal cord in SCI, usually at
acute phase during the first 24 hours.!!41

This study investigated the effect of myelotomy
72 hours after SCI. This is based on the following
considerations. Firstly, within 24 hours after
injury, the nervous tissue has yet to complete
the liquefaction and necrosis process. It is more
difficult to completely remove the hemorrhage and
necrotic materials, thus affecting the efficacy of
myelotomy. Secondly, as time progress, the spot
hemorrhage enlarged into larger hemorrhage.
By three days after injury, gray matter has
evolved into liquefaction and necrosis. At 72
hours, oligodendrocytes apoptosis increased
and spread to more white matter.?! By
clearing the liquefaction and necrosis materials,
myelotomy performed at this stage may alter
the microenvironment thereby reducing the
degeneration of white matter and preserving
more nerve conduction function. Thirdly, at the
first 24 hours after SCI, especially the first 8
hours is the most opportune time for interventive
management.?>2* However, most patients,
especially those in developing countries were not
sent to the appropriate treatment centers within
24hours, which resulted in missed opportunities
for surgical intervention. Besides, in some patients
who underwent surgical decompression and bone
fixation, almost no neurological rescue measures
were undertaken. In addition, a few case reports
showed the efficacy of myelotomy performed
after 24 hours following SCI. However, there is
to-date limited evidence for benefits from delayed
myelotomy, thus the need for this study.

Our study showed that myelotomy at 72 hours
is helpful for rat after SCI. At day 42 after SCI,
when compared with control group, the rats with
myelotomy had milder demyelination and more
residual white matter in both ends (rostral and
caudal) to the injury center. In the injury center,
both the myelotomy group and control group
showed obvious demyelination, indicating that
the myelotomy had little protective effect on
the center of injury. In assessing the functional
outcome using BBB rating scale, the recovery
after injury can be divided into three phases,
early, intermediate and late transition.'” In our
study, there was no difference in the BBB score
between the myelopathy and control groups during
the early phase, when all rats had paraparesis and
were dragging the hind legs. From day 21 after
SCI, the myelotomy group scored higher than the
control. This superiority persisted significantly to
the end of the observation period. Rats showed
plantar foot and sustained coordination of fore and

hind limbs movement.'> From the day 28, while
myelotomy group achieved scores of 14 to 21,
the control group still had occasional to frequent
foot walking and poor coordination of fore and
hind limbs movement. Myelotomy at 72 hours
is thus helpful for the recovery of rats’ hindlimb
motor function. The benefits of myelotomy could
be seen from day 21 after injury.

Based on the concept of primary and secondary
injury of SCI, more and more research are
focusing on prevention of secondary damage,
such as inhibiting cell apoptosis, use of nerve
nutrition drugs and stem cells.”> So far it is not
possible to completely reverse secondary injury?,
myelotomy related techniques should thus be
considered. Myelotomy may prevent secondary
damage by removal of necrotic material and
various negative factors in the injury tissues.
The liquefied necrotic materials in the injured
spinal cord may be analogous to boil or abscess,
where incision and drainage has proven to be an
effective therapeutic stategy.”’

Although the time course of development
after injury in rat and human is not identical, we
belief that this study showing beneficial effect
of myelotomy at 72 hours after SCI in rats also
has some clinical implications for human. The
white matter edema was reported to peak by 48-
72 hours after injury in moderate contusions in
rats.”® In human, although there was no detailed
study, many clinical studies have observed
oedema progressing early after injury and by 72
hours.?* As in rats, the nerve fibers inside the
dura matter in human may be compromised further
by increasing oedema in the injury tissues. Any
surgery to release this tension while oedema is still
important may contribute to eventual functional
recovery.

In conclusion, this study affirms the efficacy
of myelotomy at 72 hours after SCI in rat.
Further studies are required to elucidate the
exact mechanisms contributing to the beneficial
effects. There is also a need to explore the role of
myelotomy in SCI beyond the 72 hours window
period.

ACKNOWLEDGEMENTS

The authors would like to thank Mr. Quan Qi
of Shihezi University for interpretation of the
histopathology; Mei Wen, Jian Yang, ZhiSheng
Pei, LiDong Pan, TongLi Xu and Yi Wan from
the China Rehabilitation Research Center for
the various assistances; and Wei Guo from the
Capital Medical University for the statistics

145



Neurology Asia

assistance. This work was supported by the
Basic Scientific Research Foundation of China
Rehabilitation Research Center: No.2010CZ-2 and
National “Twelfth Five-Year” Plan for Science &
Technology Support: 2012BAI34B02.

REFERENCES

1.

10.

11.

12.

13.

14.

15.

16.

146

Biering-Sorensen F, Bickenbach JE, El Masry
WS, Officer A, von Groote PM. ISCoS-WHO
collaboration. International Perspectives of Spinal
Cord Injury (IPSCI) report. Spinal Cord 2011;
49:679-83.

Arango-Lasprilla JC, Plaza SL, Drew A, et al. Family
needs and psychosocial functioning of caregivers of
individuals with spinal cord injury from Colombia,
South America. Neuro Rehabilitation 2010; 27:83-93.

. Yiu G, He Z. Glial inhibition of CNS axon

regeneration. Nat Rev Neurosci 2006; 7:617-27.
Emery E, Aldana P, Bunge MB, et al. Apoptosis after
traumatic human spinal cord injury. J Neurosurg
1998; 89:911-20.

Lu J, Ashwell KW, Waite P. Advances in secondary
spinal cord injury: role of apoptosis. Spine (Phila
Pa 1976) 2000; 25:1859-66.

. Allen A. Remark on the histopathological changes

in the spianl cord due to impact. An experimental
study. J Nerv Ment Dis 1914; 41:141-7.

. Freeman LM, Wright TW. Experimental observation

of concussion and contusion of the spinal cord. J Ann
Surg 1953; 137(4):193-433.

Rivlin AS, Tator CH. Effect of vasodilators and
myelotomy on recovery after acute spinal cord injury
in rats. J Neurosurg 1979; 50(3): 349-52.

. Iwasaki Y, Ito T, Isu T, Tsuru M Effect of combined

treatment of mannitol and myelotomy on experimental
spinal cord injury (author’s transl)]. Neurol Med Chir
(Tokyo) 1981; 21(9):917-21.

Smith JS, Anderson R, Pham T, Bhatia N, Steward
O, Gupta R. Role of early surgical decompression of
the intradural space after cervical spinal cord injury
in an animal model. J Bone Joint Surg Am 2010;
92:1206-14.

Zhu H, Feng YP, Young W, et al. Early neurosurgical
intervention of spinal cord contusion: an analysis of
30 cases. Chin Med J (Engl) 2008; 121:2473-8.
Perkins PG, Deane RH. Long-term follow-up of
six patients with acute spinal injury following dural
decompression. Injury 1988; 19:397-401.

Basso DM, Beattiec MS, Bresnahan JC. Graded
histological and locomotor outcomes after spinal
cord contusion using the NYU weight-drop device
versus transection. Exp Neurol 1996; 139:244-56.
Kalderon N, Muruganandham M, Koutcher JA,
Potuzak M. Therapeutic strategy for acute spinal
cord contusion injury: cell elimination combined
with microsurgical intervention. PLoS One 2007,
2:e565.

Basso DM, Beattie MS, Bresnahan JC. A sensitive
and reliable locomotor rating scale for open field
testing in rats. J Neurotrauma 1995; 12:1-21.

Tian DS, Liu JL, Xie MJ, et al. Tamoxifen attenuates
inflammatory-mediated damage and improves

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

28.

29.

30.

June 2012

functional outcome after spinal cord injury in rats.
J Neurochem 2009; 109:1658-67.

Fogel JP, Waters RL, Mahomar F. Dorsal myelotomy
for relief of spasticity in spinal injury patients. Clin
Orthop Relat Res 1985; 192;137-41.

Putty TK, Shapiro SA. Efficacy of dorsal longitudinal
myelotomy in treating spinal spasticity: a review of
20 cases. J Neurosurg 1991; 75:397-401.

Allen AR. Surgery of experimental lesion of spinal
cord equivalent to crush injury of fracture dislocation
of spinal column. J Am Med Assoc 1911; 57:878-80.
Li GL, Brodin G, Farooque M, et al. Apoptosis
and expression of Bcl-2 after compression trauma
to rat spinal cord. J Neuropathol Exp Neurol 1996;
55:280-9.

Liu XZ, Xu XM, Hu R, et al. Neuronal and glial
apoptosis after traumatic spinal cord injury. J Neurosci
1997; 17:5395-406.

Ahn H, Singh J, Nathens A, et al. Pre-hospital
care management of a potential spinal cord injured
patient: a systematic review of the literature and
evidence-based guidelines. J Neurotrauma 2011;
28:1341-61.

Furlan JC, Noonan V, Cadotte DW, Fehlings MG.
Timing of decompressive surgery of spinal cord
after traumatic spinal cord injury: an evidence-based
examination of pre-clinical and clinical studies. J
Neurotrauma 2011; 28:1371-99.

Tsutsumi S, Ueta T, Shiba K, Yamamoto S, Takagishi
K. Effects of the Second National Acute Spinal
Cord Injury Study of high-dose methylprednisolone
therapy on acute cervical spinal cord injury-results in
spinal injuries center. Spine (Phila Pa 1976 ) 2006;
31:2992-6.

Walsh KA, Weant KA, Cook AM. Potential benefits
of high-dose methylprednisolone in acute spinal cord
injuries. Orthopedics 2010; 33:249-252.

Mann CM, Kwon BK. An update on the
pathophysiology of acute spinal cord injury. Seminars
in Spine Surgery 2007; 19:272-9.

Atanaskova N, K.J. Tomecki KJ. Innovative
management of recurrent furunculosis. Dermatol
Clin 2010; 28:479-87.

Weirich SD, Cotler HB, Narayana PA, et al.
Histopathologic correlation of magnetic resonance
imaging signal patterns in a spinal cord injury model.
Spine (Phila Pa 1976) 1990; 15(7):630-8.

Leypold BG, Flanders AE, Burns AS. The early
evolution of spinal cord lesions on MR imaging
following traumatic spinal cord injury. AJNR Am J
Neuroradiol 2008; 29(5):1012-6.

Miyanji F, et al. Acute cervical traumatic spinal
cord injury: MR imaging findings correlated
with neurologic outcome--prospective study
with 100 consecutive patients. Radiology 2007:
243(3):820-7.




<<
  /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


