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Methods: Starting with matching pursuit (MP) decomposition, we automatically detect
and parametrize sleep spindles, slow wave activity, K-complexes and alpha, beta and
theta waves present in EEG recordings, and automatically construct profiles of their time
evolution, relevant to the assessment of residual brain function in patients with DOC.

Results: Above proposed EEG profiles were computed for 32 patients diagnosed as
minimally conscious state (MCS, 20 patients), vegetative state/unresponsive wakefulness
syndrome (VS/UWS, 11 patients) and Locked-in Syndrome (LiS, 1 patient). Their
interpretation revealed significant correlations between patients’ behavioral diagnosis
and: (a) occurrence of sleep EEG patterns including sleep spindles, slow wave activity
and light/deep sleep cycles, (b) appearance and variability across time of alpha, beta,
and theta rhythms. Discrimination between MCS and VS/UWS based upon prominent
features of these profiles classified correctly 87% of cases.

Conclusions: Proposed EEG profiles offer user-independent, repeatable, comprehensive
and continuous representation of relevant EEG characteristics, intended as an aid in
differentiation between VS/UWS and MCS states and diagnostic prognosis. To enable
further development of this methodology into clinically usable tests, we share user-
friendly software for MP decomposition of EEG (http://braintech.pl/svarog) and scripts
used for creation of the presented profiles (attached to this article).
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Background

Monitoring brain functions in disorders of consciousness (DOC)

Owing to the progress in medicine, intensive care and technology, more patients survive trau-
matic accidents and diseases causing brain damage. Some of these patients do not recover
from their coma within days and weeks and stay in a state of wakeful unawareness, specified
as vegetative state (VS/UWS [1]). Apparent unawareness of some of these patients is merely
a consequence of the loss of all motor functions, with full consciousness retained—this state
is called locked-in syndrome (LiS [2]). Other patients may reveal at least transient signs of
consciousness—this state is defined as minimally conscious state (MCS) and may potentially
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lead to full recovery [3]. Although all of these states can last for years or even be permanent,
it is believed that patients in MCS have much better prognosis for recovery than those in
VS/UWS [4]. Precise identification of signs of conscious perception versus sometimes reflex,
ambiguous behavior and differentiation between these states is difficult, which causes mis-
diagnoses of VS/UWS and LiS and of VS/UWS and MCS [5].

Development of recent methods of assessing brain function like positron emission
tomography (PET) and functional magnetic resonance imaging (fMRI) disclosed several
cases of such misdiagnoses [5,6]. However, even these advanced methods may some-
times provide misleading results, due to significant fluctuations of the state of these pa-
tients in time. These changes may be accounted for by long-term monitoring, but PET
and fMRI are not well suited for this task. The only technique allowing for long-term
monitoring of brain functions in such cases is electroencephalography (EEG, for a re-
view, see [7]). While the “normal” pattern of EEG varies significantly between subjects,
assessment of the state of brain functions can be based upon the occurrence of circa-
dian rhythms in EEG. Methodology of their assessment was developed in the field of
sleep research.

Sleep and DOC

Sleep is a state characterized by the absence of response to external stimuli due to tran-
sient but reversible period of unconsciousness. Interactions of sleep and consciousness
in brain-injured patients are still not known, but, as reported in cases of patients with
disorders of consciousness (DOC), presence of some sleep patterns may correlate with
diagnosis and prognosis. Early studies on coma suggested that the presence of EEG pat-
terns resembling sleep may be a reliable marker for a favorable outcome [8,9]; it was
reported that sleep patterns continue to become more complex during rehabilitation
therapy, paralleling patients’ cognitive recovery [10]. EEG pattern which resembles sleep
spindle—spindle-coma (SC, activity in 9-14Hz range) was postulated to be an indicator
of benign form of coma and, if accompanied by EEG reactivity to noxious stimuli, pres-
age better outcome [9,11]. Some other studies have also indicated that sleep spindles
may carry prognostic information. It was shown that the presence of spindle activity
after hypoxic or anoxic injury does not always indicate a good outcome, but the
absence of spindles or EEG background reactivity does predict a poor outcome [12].
Reference [13] reported better outcome for patients with sleep related patterns in EEG,
K-complex responses for stimuli and spontaneous arousals, and the worst in the ab-
sence of spontaneous arousals activity.

A more recent study supports these findings in comatose children and concludes that
the reappearance of sleep patterns and sleep spindles is a sign of good prognosis. In
traumatic coma, these sleep elements are observed more frequently than in anoxic
cases [14] and may depend on the time since coma onset. Such activity occurred in
91% of cases if recorded within 1-2 days after injury and in 30% of more prolonged
cases (3—12 days) [15]. Another study reports no relationship to the brain region of
damage and time since insult [16].

Some studies reported clear relationship between general mental ability and frontal
spindle activity, suggesting that spindles may be different between VS/UWS and
MCS [17].
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Another study [18], where 6 MCS and 5 VS/UWS were analyzed, showed for all pa-
tients with MCS an alternating non-rapid eye movement/rapid eye movement sleep
pattern and a homoeostatic decline of electroencephalographic slow wave activity
through the night in contrast to all patients in a VS/UWS, for which no slow wave sleep
or rapid eye movement sleep stages could be identified, and no homoeostatic regulation
of sleep-related slow wave activity was observed. Authors suggest that the study of
sleep and homoeostatic regulation of slow wave activity may provide a complementary
tool for the assessment of brain function in patients with MCS and VS/UWS.

However, a study of 24 h recordings of 10 MCS and 10 VS/UWS [19] suggests a far
less clear-cut division: sleep-wake cycles were identified in 50% of MCS and about 30%
of VS/UWS; sleep spindles were more predominate in patients who clinically improved
in 6 months; slow waves sleep was present in 8/10 - 80% MCS and 3/10 VS/UWS;
rapid eye movement was present in all MCS and 3 VS/UWS. In line with these find-
ings, other studies reported the presence of sleep patterns similar to healthy controls in
VS/UWS patients [20] and the absence of a correlation between outcome and sleep
patterns [21-23].

Altogether, a wide spectrum of sleep disturbances, from almost normal sleep to se-
vere loss and disorganization of sleep, has been reported in DOC (for review see [24]),
and the topic is still poorly understood. Also, the spectrum of altered sleep in LiS, as
documented in literature, vary from almost normal sleep patterns [25,26], to severe
sleep quantity decrease [27-29], disorganized NREM sleep and stage 4 [25,27,28,30], or
REM absence [31] depending on the lesions ([32] also reviewed in [24]).

Automatic analysis of sleep EEG

Analysis of the occurrences of EEG transients like sleep spindles and slow wave activity
serves as the basis for construction of the hypnogram—a basic tool in sleep research.
In [33] we proposed the first automatic system for creation of hypnograms explicitly
based upon the criteria used in the visual analysis of EEG, which still constitutes the
golden standard.

This analytical approach, based upon detection of the relevant structures, offers a lot
more than the final report of sleep profile in the form of a hypnogram. For example,
sleep stages 3 and 4 are defined by the presence of the delta activity in 20-50% and over
50% of the epoch, respectively. To implement this definition explicitly, we assess dir-
ectly the time span occupied by given structures (as described in section “Selection of
EEG structures”). Subsequently, setting the thresholds at 20% and 50% of the length of
an epoch (in sleep analysis usually 20 or 30 seconds), we get an explicit detection of
stages 3 and 4 based directly upon the classical criteria defined in [34]. Apart from this
explicit approach to the classical criteria of scoring sleep stages, these estimates give us
a continuous description of the sleep profile as in Figure 1, which has been previously
suggested as a welcome enhancement to deal with the shortcomings of the classical
sleep staging in 20-30 sec epochs [35-37]. Such EEG profiles can be a valuable tool in
the assessment of the circadian pattern of brain activity, which may contain an infor-
mation important for an assessment of the state of patients in different states of DOC,
as presented in this paper. Discussion of the advantages of MP in the analysis of
nonstationary EEG can be found in a book [38] and several papers (c.f. [33,39-42]).
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Figure 1 EEG profile of a sleep recording of control subject. (a), (b), (c) and (e) - numbers of
waveforms conforming to the criteria defining, correspondingly, alpha, theta and beta waves and sleep
spindles, detected per subsequent 3-min epochs. Each vertical line in (d) marks one occurrence of a K-
complex. Lower panel (f) presents percentage of each 20-second epoch occupied by SWA; horizontal lines
at 20% and 50% mark the classical criteria for stages 3 and 4 scoring.

Above mentioned occurrence of well described micro-structures (K-complexes,
spindles), transients and waveforms which form stages [34], and cycles accompanied
repeatedly more or less by arousals, is typical for a normal sleep pattern. On the con-
trary, in DOC the existence of normal sleep stages and polysomnographic elements is
a matter of debate. Some authors suggest persistence of sleep stages in some more
“evolved state”, whereas others refute this. Problems in definition of wakefulness and
sleep in DOC are due to the uncertainty whether the oscillations recorded by EEG re-
flect still the same cellular mechanisms as in normal physiological sleep. For example,
large amplitude slow waves in coma may not necessarily indicate “slow-wave” sleep
(SWS) and deep non-rapid eye movement (NREM) sleep, as they do in normal
sleeping individuals, because generalized slowing in delta and theta ranges (continuous
delta activity) is a phenomenon generally observed in coma. The same kind of ob-
served spindles-coma (SC) may not necessary represent the same mechanism as sleep
spindles in normal sleep process. Therefore, classical criteria for sleep staging [34]
cannot be directly applied to recordings from patients with DOC.

In this paper we propose automatic constructions of EEG profiles, in a way max-
imally compatible with classical sleep scoring criteria, allowing for monitoring coma-
tose patients’ brain electrical activity and focusing on changes in micro- and
macrostructure of sleep and awake patterns.
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Methods
Experimental data
This paper presents analysis of EEG recordings of 32 brain-injured patients with disor-
ders of consciousness. Among these 32, 20 patients were diagnosed as a MCS. Their
average age was 33 (range 5-56), mean of time from insult 560 days (range 25-2633),
11 of these 20 MCS cases were in a chronic state (> 1 year post insult); 9 females and
12 males. Next 11 patients were diagnosed in a VS/UWS, their average age was 55
(range 3-75), mean time from insult 347 days (range 8-2348); 3 of these cases were in
a state (> 1 year post insult); 6 females and 5 males. Three of the 11 patients with VS/
UWS and 13 of the 20 with MCS had traumatic etiology, respectively. Dataset include
also one recording of a patient (female) in LiS who had a rombencephalitis, examined
about 2 years after insult. All patients were evaluated at the University Hospital of
Liege, in Liege, Belgium. Two patients from the original pool were excluded because of
short time of acquisition. Other nine patients had to be excluded because of technical
problems (computer problems not complete data, missed clinical information). Clinical
assessment and diagnosis were based on the standardized Coma Recovery Scale-
Revised [43]. Detailed description of patient’s characteristics is reported in columns 1-
5 of Table 1. Dataset contained also 5 recordings from healthy subjects for reference (3
females and 2 males, age 24—26). This study was approved by the Ethics Committee of
the Faculty of Medicine of the University of Liege.

EEG was recorded using one of the following systems:

1) high density EEG (Electrical Geodesics), 256 electrodes sampled at 500Hz,
referenced to Cz with simultaneous, synchronized video-taped recordings to
confirm the patients behavior With this system 15 MCS, 7 VS/UWS, 1 LiS, and 5
control subjects were examined.

2) polysomnography recording performed with a V-Amp amplifier (Brain Products),
12 EEG channels localized according to the 10-20 system plus EMG, two EOG,
and ECG, with sampling rate also 500Hz. With this system 5 MCS and 4 VS/UWS

were examined.

Minimal time of acquisition was 9 hours. All recordings include night time. For each pa-
tient, EEG electrode C3 or C4 (referenced to mastoid A2 or Al), as recommended for sleep
scoring [34,44] and bandpass filtered in 0.5-40 Hz was used for further analysis.

Matching Pursuit

Matching Pursuit (MP) is a suboptimal solution to the problem of optimal representa-
tion of a function in a redundant dictionary, proposed by Mallat and Zhang [45]. When
used with dictionary of Gabor functions to decompose time series, it offers an adaptive
time-frequency parameterization of the structures present in the analyzed signal. The
procedure can be summarized as follows:

1. We start by creating a huge, redundant dictionary of candidate waveforms for
representation of structures possibly occurring in the signal. For the time-frequency
analysis of signals we use dictionaries composed of sines with Gaussian envelopes,



Table 1 Patients information and summary of EEG profiles

1 2 3 4 5 6 7 8 9 10 11 12
Patient# Age Etiology Days since Behavioral SS & (SWA) Spikes Other activi. Cycles light- Variability Other comments ('small’- small,
onset diagnosis apé deep sleep not significant number of detections)
1 36 CVA 2348 VS/UWS - - + - - - Mostly isoelectrical signal
2 29 T8l 2633 MCS - + aBb - Small &
3 15  Rhombencephalitis 712 LIS + + af36 + All activity
4 34 TBI 1015 MCS + + + aB - + Small &, small 6, big 8
5 56 Anoxia 392 MCS - - + B - - Poor activity, few B, small Variab
6 25 TBl+ hypoxia 310 MCS - - + B - - Small §, small Variab
7 38 TBI 516 MCS + + - apo + + Nice (3 -sleep relationship, small ampl SS
8 36  anoxia 547 MCS - - - B - - Poor small 6 andd, small Variab
9 30 T8I 585 MCS -+ + af36 - + Small SS, small cycles
10 30 T8I 564 VS/UWS -+ - - - Poor activity; small other, small ampl &, small
spikes
11 5 TBI 1113 MCS + o+ + af36 + + Like opposite homeost. cycle
12 31 T8I 141 MCS + - apo + + Lots of a, small spikes, small ampl &
13 25 T8I 1285 MCS - + apo + - Poor activity, small Variab
14 28 ADE 713 MCS -+ - apo + + Few a, small spikes
15 61  Toxoplasmose 16 VS/UWS + - - apo - - Small 6, smalls Cycles, small Variab
16 31 Hematoma 44 MCS + + + apo + + Small a, small ampl SS, small spikes
17 61 Anoxia 119 VS/UWS -+ + B - - Few 6, small SS, small Cycles, small Variab
18 48 T8I 238 MCS + 4+ + aBb + + No clear wake-sleep periods, small ampl &
19 17 TBI 25 MCS + + + af36 + + No wake-sleep cycles
20 53 TBI 62 MCS +  + + ape + + All activity
21 31 T8I 224 MCS + + - aBo + + Small spikes
22 61 35 VS/UWS - - - S5 - - Poor variability
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Table 1 Patients information and summary of EEG profiles (Continued)

23

24
25
26
27
28
29

30

31

32

74

75

62

70

Brainstem
hemmorrh.

TBI

SH

Cardiac arrest

TBI

TBI

Anoxia (infection)

Hypoglycemia

TBI

Pontine
Hemorrhage

361

49

Meningoencephalitis 31

VS/UWS

MCS
MCS
MCS
MCS
VS/UWS
VS/UWS

VS/UWS

VS/UWS

VS/UWS

+ o+ o+ o+

+ o+ o+ 4+ o+

ad

apo
afo
apo
apo
SS]

apo

ab

adb

ap

+ o+ o+ 4+ o+

+ o+ o+ o+

NoVariab across 24 h, no 3, a lot of spikes,
small ampl SS, small ampl &

Continuous small 6, small a, small spikes
Contin a, small 6, small spikes

Lot of 6

Lot of B, small 6

Lot of 3, small 6, small SS, small C, small Variab

Lot of B3, 6, small Cycles, small SS, small §,
isoelectrical

Contin. a, contin.B, small &, small Cycles,
small other

Contin. g, contin®, small spikes

Mostly contin. @, small SS, small &, small Variab

Columns 1-5: patients clinical information; columns 6-12: summary of EEG profiles computed for patients with disorders of consciousness; TBI: traumatic brain injury; CVA: cardiovascular arrest; SH: subarachnoidale
hemorrhage due to aneurysm disruption; ADE: Acute demyelinating encephalomyelitis. &: delta; 6: theta activity; a: alpha activity; B: beta activity; SS: sleep spindles, +: present; -: absent.
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called Gabor functions, which reasonably represent waxing and waning of
oscillations.

2. From this dictionary we choose only those functions, which fit the local signal
structures. This choice is based on a maximum inner product of the function and
signal’s residuum, left after subtracting the functions fitted in previous iterations
(Eq. (1)). In such a way, the width of the analysis window is adjusted to the local
properties of the signal.

3. Local adaptivity of the procedure is somehow similar to the process of visual
analysis, where an expert tends to separate local structure and assess their
characteristics. Owing to this local adaptivity, MP is the only signal processing
method returning explicit time span of detected structures.

Using equations, the above reads:
Rox =x

R'x = <R”x,gy >gy + Ry (1)

(Frgy)

where x is the decomposed signal and R” is the nth residue left after subtracting results of

g}’n = arg maxgy"d)

previous iterations. As a result we get an expansion

M-1

= (R, )s, )
n=0

Apart from the high resolution and adaptivity to the local signal structures, MP offers
a unique advantage of explicit parametrization in terms of not only frequency and amp-
litude, but also time span for each detected structure. This feature was employed in
[39] for explicit parametrization of slow waves and, together with other structures, for
construction of an automatic sleep stager based explicitly on the classical scoring
criteria [33].

In this study MP decomposition was performed on subsequent 20s epochs of C3 or
C4 derivation of all the available recordings. Details of the MP algorithm and the freely
available software package used for this decomposition are given in [46]. From this de-
composition, relevant structures were identified using criteria explained in the follow-

ing section.

Selection of EEG structures
From the set of functions chosen by the MP algorithm for representation of the EEG
time series we can automatically select those corresponding to particular structures of
interest, by setting the ranges for their amplitude, frequency and width in time (some-
times also phase). Criteria used in this work for selection delta waves, sleep spindles, K-
complexes, epileptiform spikes, alpha, theta and beta waves are given in Table 2.
Selection and quantification of relevant structures, which explicitly takes into account
also their time widths and amplitudes, is significantly more selective and sensitive than
the classically employed spectral estimators, as was presented e.g. in [41]. It is a natural
consequence of performing the discrimination in three weakly correlated dimensions
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Table 2 Criteria for selection of EEG structures

Frequency [Hz] Duration [s] Min. amplitude [pV]

Delta waves 02-4 >05 70

Sleep spindles 11 -15 0.5-25 12

K-complexes* 005 -25 03-15 100

Theta waves 4-8 > 1 15

Alpha waves 8-12 > 15 5

Beta waves 15-25 > 05 4

Spikes* 02-7 0.05 - 0.35 50

Parameters of functions from MP decomposition, used for automatic detection of relevant waveforms. *For K-complexes
an additional constraint on the phase, enforcing a negative deflection and condition for the amplitude to exceed also
the background amplitude by factor 1.5, for spikes or the amplitude to exceed also the average background amplitude
by factor 2.

(amplitude, time width and frequency) rather than just one (frequency) and allows also
for a better separation of relevant structures from those due to the artifacts. Previously
published MP-based studies of normal sleep [33,40,42] were performed without any
artifact-rejection, which significantly increases the repeatability and objectivity of the
proposed procedure, since different schemes of artifact detection may bias the choice
of artifact-free epochs and hence also the final results. Also in this study no artifact-
contaminated epochs were excluded from analysis, and relevant structures were
detected from MP decompositions of the whole available recordings.

EEG profiles

Application of the above discussed criteria to the results of MP decomposition (Eq. (2))
provides automatically a detailed description of all the relevant EEG structures, present
in the analyzed recording. This procedure not only saves dozens of hours of tedious
work of experienced electroencephalographers, but also provides strict repeatability.
From such a database of relevant structures we can produce various types of reports
and graphs—in this paper we concentrate on their time course.

Figure 1 presents example of continuous description of EEG activity from normal
subject across all-night recording. Alpha, theta, and beta activities, as well as sleep spin-
dles (subplots a, b, ¢, e), are represented by the number of occurrences in subsequent
3 min epochs. Each K-complex is represented in subplot d by vertical line in the time
of its occurrence. Finally, for slow waves we compute the percent of time which these
waves occupy in every subsequent 20-second period (subplot f), a parameter used in
analysis of deep sleep stages by rules for normal sleep scoring [34].

These profiles constructed for sleep EEG of a control subject reveal gradual changes in
the activity of the slow waves. Sleep spindles occur in a reverse relationship to the occur-
rence of delta waves. Occurrences of K-complexes correspond to those of sleep spindles
and especially in the first sleep cycle also to SWA. Beta waves are dominating at the be-
ginning of the sleep (or in the period leading to the onset of sleep) and at the end of
night. In this recording beta activity increases also in some periods of the night, but
these detections may be associated with muscle artifacts. According to a well-known ob-
servation, beta waves show a clear trend reversed in the presence of delta waves at the
beginning of sleep, a trend that fades with the fall in SWA activity during the night.
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Theta waves coincide with the detected delta waves, sometimes slightly ahead of the slow
waves. Alpha waves are observed across almost whole time of the recordings, with a high
concentration at the beginning of sleep and around the Stage 2, of which can be associ-
ated with the appearance of sleep spindles—activity in the band close to the frequency of
alpha waves.

All the analyzed recordings of control subjects were characterized by the occurrence
of all the waveforms and appearance of sleep cycles. Rates of particular activities re-
vealed differences across night, and gradual changes were observed in proportions of
deep/light sleep—from predominance of deep sleep in the first part of night to REM
sleep during second half of the night.

Reproducible research and availability of software

Software used for this article (except for the Matlab® commercial package) is freely
available. Downloading, installation and use of this software, as well as mathematical
and numerical optimizations used in the mp5 implementation of MP, are covered in
details in [46]. MP decomposition of EEG with a user friendly GUI is embedded in the
Svarog (Signal Viewer, Analyzer and Recorder on GPL) package, which can be freely
downloaded from http://braintech.pl/svarog. From the MP decomposition, EEG profiles
presented in this work were computed by a set of Matlab® scripts, attached in
Additional file 1. This archive contains also decomposition of the signal used for
Figure 1, and so allows to recreate this figure.

Results and discussion

EEG profiles of DOC patients

In the same way as the above example of normal sleep from the control group, EEG record-
ings of all the 32 DOC patients were analyzed by means of the method proposed in the pre-
vious section. These profiles revealed great variety between patients—which may have been
expected, but hereby it was presented using an objective and parametric method. Represen-
tative examples of these 32 profiles are presented in Figures 2, 3, 4 and 5.

None of these profiles has shown the typical profile of normal sleep homeostatic de-
cline. The reason for this may be that their daily cycle is not associated with the cycle
of day and night.

As mentioned in the Background section, the most important in diagnosis and prog-
nosis of DOC patients are occurrences in EEG of the sleep patterns of the occurrence
of structures such as sleep spindles, slow waves, and their variability across time.
Figures 2, 3, 4 and 5 present the variability of these patterns, computed for different
patients. Characteristics of these profile vary from residual detection of all analyzed
activity (Figure 2), through the lack of sleep spindles and poor SWA (Figure 3), but
presence of alpha, theta, and beta waves—in a large proportion but continuous and
not differentiated activity, characterized by abundance of sleep spindles (Figure 4), but
no variation across 24 hours and correlation with the slow waves, to the case (Figure 5)
where the spindles are increased in the specific intervals during the night, and their re-
verse relationship to slow waves and other activity corresponds to the pattern of a nor-

mal sleep profile.
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Figure 2 EEG profile for all-night VS/UWS recording with residual detection of all analyzed activity.
Subplots organized as in Figure 1. (a), (b), (c) and (e) — numbers of alpha, theta and beta waves and sleep
spindles, detected per subsequent 3-min epochs, (d) markers of occurrence of K-complexes, (f) percentage
of each 20-second epoch occupied by SWA; horizontal lines at 20% and 50% mark the classical criteria for
stages 3 and 4 scoring.

Figure 4 presents 24 hours EEG profile as an example of continuous monitoring of
patients’ EEG activity during longer periods of time.

Assessment of predominant features of EEG profiles and statistics

Automatically constructed plots like Figures 2, 3, 4 and 5 provide a novel insight into
the time evolution of classical EEG features, traditionally assessed via visual analysis or
spectral methods with significantly lower time resolution. Apart from the elements
used for sleep staging (slow waves, sleep spindles and spikes that is interictal epilepti-
form activity), we evaluated also other parameters, including:

1. appearance of alternating cycles of deep and light sleep (present(+)/absent(-))
2. degree of variability of brain activities across time (‘variability”:

present(+)/absent(-))
3. presence of alpha, theta and beta waves (“other activities”): (af36)

These features were assessed visually for each patient, based upon plots like those
presented in Figures 1, 3, 4 and 5. For each patient and each parameter, binary
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Figure 3 EEG profile for all-night VS/UWS recording with the lack of sleep spindles and poor SWA,

but the presence of alpha, theta, beta waves- in a large proportion but continuous and not

differentiated activity. Subplots organized as in Figure 1. (a), (b), (c) and (e) - numbers of alpha, theta

and beta waves and sleep spindles, detected per subsequent 3-min epochs, (d) markers of occurrence of K-

complexes, (f) percentage of each 20-second epoch occupied by SWA; horizontal lines at 20% and 50%

mark the classical criteria for stages 3 and 4 scoring.

o

assessment of whether given feature is present or not was marked in columns 6-11 of
Table 1. The last parameter (presence of alpha, theta and beta) was classified for further
statistical analysis as present if all of them were detected, absent if none were identified
in patient’s EEG and partial if some of “other activity”, for example only beta, or only
alpha or theta were present.

Above mentioned EEG features (columns 6-11 of Table 1) were correlated with the
clinical data (columns 2-5 of Table 1) available for each of the patients:

e behavioral diagnosis (according to the Coma Recovery Scale-Revised, (VS/UWS)/
MCS/LIS, [43]).

e interval since insult: less than 1 year or chronic (> 1 year post insult).

e etiology: traumatic or other non-traumatic etiology.

For statistical evaluation of these data, Pearson’s chi-squared test was used. It was
performed separately for pairs consisting of one of the clinical parameters describing patients’
state (columns 3-5) and one of the EEG-derived parameters (columns 6—11). The results
were thresholded for significance at p < 0.05 and corrected for multiple comparison (marked
**). Results which proved significant only in separate comparisons are marked with “*”.

Figure 6 presents statistically significant relations between patients state and EEG-

derived parameters:
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Figure 4 EEG profile of 24 hours recording. An example of continuous monitoring of patient's EEG
activity during long period of time. Recording with many sleep spindles detected but no typically
concentrated during night, not correlated with the slow waves and without variation across 24 hours.
Subplots organized as in Figure 1. (a), (b), (c) and (e) — numbers of alpha, theta and beta waves and sleep
spindles, detected per subsequent 3-min epochs, (d) markers of occurrence of K-complexes, (f) percentage
of each 20-second epoch occupied by SWA; horizontal lines at 20% and 50% mark the classical criteria for
stages 3 and 4 scoring.

1. sleep spindles are more likely found in MCS patients (p = 0.01*): they occurred in
27% of VS/UWS, but in 75% MCS and in LiS patient.

2. delta waves were found in 36% of patients with VS/UWS and in 75% of patients
with MCS and for the LiS patient, (p = 0.035%).

3. cycles of light and deep sleep were not detected in VS/UWS, detected in 70% MCS
and for the LiS patient, (p < 0.001**).

4. “other activities” (alpha, beta, theta) was absent in all patients with VS/UWS but
present in 70% if patients with MCS and for the LiS patient. Single frequency band
(e.g., only beta, only alpha or theta) was present in 90% of patients with VS/UWS
and in 30% of patients with MCS, (p = 0.001**).

5. variability of detected activity across time were detected for 9% VS/UWS, 80% MCS
and for the LiS patient, (p < 0.001**).

Figure 7 presents statistically significant relations between etiology and EEG-derived

parameters:

1. sleep spindles were observed in 78% of patients with traumatic etiology and only in
22% of non-traumatic etiology, (p = 0.001**).
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Figure 5 EEG profile of all-night MCS recording. In this case we observe increase of the number of
sleep spindles in specific intervals during the night, and their inverse relationship to slow waves and other
activity, corresponding to the pattern of normal sleep profile. Subplots organized as in Figure 1. (a), (b), (c)
and (e) — numbers of alpha, theta and beta waves and sleep spindles, detected per subsequent 3-min
epochs, (d) markers of occurrence of K-complexes, (f) percentage of each 20-second epoch occupied by
SWA; horizontal lines at 20% and 50% mark the classical criteria for stages 3 and 4 scoring.
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(p=0.001**) fig. a), occurrence of SWA and etiology (p =0.018%) fig. b), occurrence of sleep cycles

(p=0.045%) fig. c), other EEG activity (p = 0.002**) fig. d) and variability of these all activity across time
versus etiology (p =0.02%) fig. e).

.

2. delta waves are also more common for traumatic brain injury patients - observed in
68% post-traumatic, and only in 32% non-traumatic etiology, (p = 0.018*).

3. sleep cycles in 71% post-traumatic, and only in 29% non-traumatic etiology, (p = 0.045%).

4. all ,other activities“(alpha, beta and theta) were present in 86% of cases for traumatic
and 14% of non-traumatic patients’ etiology. Only some of the ,other activities “were
detected for 25% post-traumatic and in 75% of non-traumatic, (p = 0.002**).

5. variability of detected activity across time were found in 71% of patients with

traumatic brain injury and only in 29% in non-traumatic etiology patients, (p = 0.021*).

Less patients diagnosed VS/UWS were found in cases after traumatic brain injury
than non-traumatic. Within the analyzed group of patients there is a significant de-
pendence between patients diagnosed state and etiology of DOC (p = 0.044*). 27% pa-
tients in VS/UWS have traumatic etiology, 73% other. In MCS 65% of patients etiology
were traumatic, 35% other. This is an important factor which will have to be taken into
account in following studies, as etiology has an influence on patients’ outcome and can
be a confounding factor here.

Finally, discriminant analysis carried out on the basis of behavior diagnosis of patients
states indicated that the most important features for MCS and VS/UWS discrimination
are: occurrence of sleep cycles, variability of detected activity across time and occur-
rence of SS and SWA. Occurrence of interictal spikes is not significant factor. Discrim-
ination between MCS and VS/UWS based upon prominent features of these profiles
classified correctly 87% of cases, 3 diagnosed MCS were classified as VS/UWS and 1
VS/UWS as MCS. When adding etiology information as an extra parameter in the ana-
lysis of correlation between patients state and EEG-derived parameters, the same effect
was observed suggesting that etiology is not a confounding factor (on the border of sig-
nificance). Only separate comparison between patient’s states and etiology of patient’s
disorders indicated p = 0.044* suggesting significant correlation.
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As compared to the study from Giubilei and colleagues [21] who reported the pres-
ence of sleep patterns similar to healthy controls in 9 out of 10 traumatic acute VS/
UWS, we observed poorer sleep patterns in a majority of VS/UWS as compared to
MCS patients. Moreover, other studies showed the absence of a correlation between
outcome and sleep pattern in VS/UWS patients [21,22]. We observed a correlation be-
tween the level of consciousness and etiology and sleep cycles, traumatic and MCS pa-
tients being more likely to show complex sleep patterns as compared to non-traumatic
and VS/UWS patients. It has been suggested in the literature that etiology and level of
consciousness influence outcome in DOC patients [4,47]; our results support the po-
tential of automatized EEG sleep recordings as a complementary diagnostic and/or
prognostic tool for assessing DOC patients at bedside.

Conclusions

This study investigates the clinical interest of an automatic sleep analyzer for assessing
sleep preservation in a group of patients with DOC. Using this system, we report sig-
nificant differences in the occurrene of sleep waves characteristics between conscious
patients (MCS and LIS) and unconscious patients (VS/UWS). We also found an eti-
ology effect, traumatic patients being more likely to show preserved EEG sleep-like ac-
tivities, which agrees with previous literature [47,48]. Altogether, these results highlight
the applicability of an automatic sleep analyzer to study clinical population such as pa-
tients with DOC and to improve our knowledge about the diagnosis and prognosis in
this population. Moreover, this would also have a major impact for clinical settings,
were sleep examinations currently remain time-consuming and subjective.

Additional file

Additional file 1: Matlab® scripts recreating Figure 1. This package contains a set of Matlab® scripts *m and one
binary file norma_sleep_C3-LM_128_smp.b, containing MP decomposition of the sample recording analyzed in Figure 1.
This decomposition was computed using the 5th version (mp5) of the matching pursuit software, developed at the
University of Warsaw. It can be downloaded from http//braintech.pl/svarog. To reproduce the figure, run “plot_figure1.m”.
Parameters defining EEG structures are in files corresponding to their names (alpha_mp5.m, SS_mp5.m etc), and can be
modified directly in the code — see file "HOWTOtxt" enclosed in the archive.

Abbreviations

DOC: Disorders of consciousness; EEG: Electroencephalography; fMRI: Functional magnetic resonance imaging;

LiS: Locked-in syndrome; MCS: Minimally conscious state; VS/UWS: Vegetative state; MP: Matching pursuit; PET: Positron
emission tomography.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions

UM conceived and designed the study, computed, interpreted, and assessed statistical significance of the presented
results, and together with PJD wrote this article. PJD proposed the application of MP-based EEG profiles to continuous
assessment of sleep and then application of this methodology to assessment of DOC. CC, MB, QN and SL provided
the experimental data, clinical information and contributed to the discussion of the clinical aspects. All authors read
and approved the final manuscript.

Acknowledgements

UM and PD were supported from Polish funds for science, including grant from the Polish Ministry of Science and
Higher Education (Decision 644/N-COST/2010/0). MB, CC, QN and SL were supported from the Belgian Funds for
Scientific Research (FNRS), European Commission, McDonnell Foundation, Mind Science Foundation, University and
University of Liége. MAB and CC are Postdoctoral Researcher and SL is Research Director at the FNRS. The authors
thank Bart Aben for his help in analyzing the data.


http://www.biomedcentral.com/content/supplementary/1475-925X-12-109-S1.zip

Malinowska et al. BioMedical Engineering OnLine 2013, 12:109
http://www.biomedical-engineering-online.com/content/12/1/109

Author details
'Faculty of Physics, University of Warsaw, ul. Hoza 69, Warszawa 00-681, Poland. “Coma Science Group, Cyclotron

Research Centre, University of Liége, Liége, Belgium. *Neurology Dept, University Hospital of Liége, Liége, Belgium.

Received: 14 August 2013 Accepted: 15 October 2013
Published: 21 October 2013

References

1.

o w»

20.

21,

22.

23.

24.

25.
26.

27.

28.

29.

Laureys S, Celesia GG, Cohadon F, Lavrijsen J, Ledn-Carrion J, Sannita WG, Sazbon L, Schmutzhard E, Von Wild KR,
Zeman A, Dolce G: Unresponsive wakefulness syndrome: a new name for the vegetative state or apallic
syndrome. BMC medicine 2010, 8:68.

Bauer G, Gerstenbrand F, Rumpl E: Varieties of the locked-in syndrome. Journal of neurology 1979, 221:77-91.
Giacino JT, Ashwal S, Childs N, Cranford R, Jennett B, Katz DI, Kelly JP, Rosenberg JH, Whyte J, Zafonte RD, Zasler
ND: The minimally conscious state: definition and diagnostic criteria. Neurology 2002, 58:349-353.

Luauté J, Maucort-Boulch D, Tell L, Quelard F, Sarraf T, Iwaz J, Boisson D, Fischer C: Long-term outcomes of
chronic minimally conscious and vegetative states. Neurology 2010, 75:246-252.

Owen AM, Coleman MR: Detecting awareness in the vegetative state. Ann N Y Acad Sci 2008, 1129:130-138.
Monti MM, Vanhaudenhuyse A, Coleman MR, Boly M, Pickard JD, Tshibanda L, Owen AM, Laureys S: Willful
modulation of brain activity in disorders of consciousness. The New England journal of medicine 2010,
362:579-589.

Chatelle C, Chennu S, Noirhomme Q, Cruse D, Owen AM, Laureys S: Brain-computer interfacing in disorders of
consciousness. Brain injury 2012, 26(BI):1510-1522.

Bergamasco B, Bergamini L, Doriguzzi T, Sacerdote I: The sleep cycle in coma: prognostic value.
Electroencephalography and clinical neurophysiology 1968, 25:87.

Chatrian GE, White LE, Daly D: Electroencephalographic patterns resembling those of sleep in certain
comatose states after injuries to the head. Electroencephalography and clinical neurophysiology 1963,
15:272-280.

Ron S, Algom D, Hary D, Cohen M: Time-related changes in the distribution of sleep stages in brain injured
patients. Electroencephalography and clinical neurophysiology 1980, 48:432-441.

Kaplan PW, Genoud D, Ho TW, Jallon P: Clinical correlates and prognosis in early spindle coma. Clinical
neurophysiology: official journal of the International Federation of Clinical Neurophysiology 2000, 111:584-590.
Hulihan JF, Syna DR: Electroencephalographic sleep patterns in post-anoxic stupor and coma.

Neurology 1994, 44:758-760.

Evans BM, Bartlett JR: Prediction of outcome in severe head injury based on recognition of sleep related activity in
the polygraphic electroencephalogram. Journal of neurology, neurosurgery, and psychiatry 1995, 59:17-25.
Chéliout-Heraut F, Rubinsztajn R, loos C, Estournet B: Prognostic value of evoked potentials and sleep
recordings in the prolonged comatose state of children. Preliminary data. Clinical neurophysiology 2001,
31:283-292.

Rumpl E, Prugger M, Bauer G, Gerstenbrand F, Hackl JM, Pallua A: Incidence and prognostic value of spindles in
post-traumatic coma. Electroencephalography and clinical neurophysiology 1983, 56:420-429.

D'Aleo G, Bramanti P, Silvestri R, Saltuari L, Gerstenbrand F, Di Perri R: Sleep spindles in the initial stages of the
vegetative state. /talian journal of neurological sciences 1994, 15:347-351.

Bodizs R, Kis T, Lazar AS, Havran L, Rigé P, Clemens Z, Haldsz P: Prediction of general mental ability based on
neural oscillation measures of sleep. Journal of sleep research 2005, 14:285-292.

Landsness E, Bruno M-A, Noirhomme Q, Riedner B, Gosseries O, Schnakers C, Massimini M, Laureys S, Tononi G,
Boly M: Electrophysiological correlates of behavioural changes in vigilance in vegetative state and minimally
conscious state. Brain : a journal of neurology 2011, 134(Pt 8):2222-2232.

Cologan V, Drouot X, Parapatics S, Delorme A, Gruber G, Moonen G, Laureys S: Sleep in the
unresponsive wakefulness syndrome and minimally conscious state. Journal of neurotrauma 2013,
30:339-346.

Isono M, Wakabayashi Y, Fujiki MM, Kamida T, Kobayashi H: Sleep cycle in patients in a state of permanent
unconsciousness. Brain injury 2002, 16(Bl):705-712.

Giubilei F, Formisano R, Fiorini M, Vitale A, Faroni J, Toni D, Santilli V: Sleep abnormalities in traumatic apallic
syndrome. Journal of neurology, neurosurgery, and psychiatry 1995, 58:484-486.

Oksenberg A, Gordon C, Arons E, Sazbon L: Phasic activities of rapid eye movement sleep in vegetative state
patients. Sleep 2001, 24:703-706.

Gordon CR, Oksenberg A: Spontaneous nystagmus across the sleep-wake cycle in vegetative state patients.
Electroencephalography and clinical neurophysiology 1993, 86:132-137.

Cologan V, Schabus M, Ledoux D, Moonen G, Maquet P, Laureys S: Sleep in disorders of consciousness.

Sleep medicine reviews 2010, 14:97-105.

Markand ON, Dyken ML: Sleep abnormalities in patients with brain stem lesions. Neurology 1976, 26:769-776.
Oksenberg A, Soroker N, Solzi P, Reider-Groswasser |: Polysomnography in locked-in syndrome.
Electroencephalography and clinical neurophysiology 1991, 78:314-317.

Freemon FR, Salinas-Garcia RF, Ward JW: Sleep patterns in a patient with a brain stem infarction involving the
raphe nucleus. Electroencephalography and clinical neurophysiology 1974, 36:657-660.

Autret A, Laffont F, De Toffol B, Cathala HP: A syndrome of REM and non-REM sleep reduction and lateral gaze
paresis after medial tegmental pontine stroke. Computed tomographic scans and anatomical correlations in
four patients. Archives of neurology 1988, 45:1236-1242.

Baldy-Moulinier M, Billiard M, Escuret E, Roquefeuil B, Fuentes JM, Passouant P: A polygraphic, haemodynamic
and metabolic study of 2 cases of the “locked-in" syndrome (author’s transl). Revue d'électroencéphalographie et
de neurophysiologie clinique 1977, 7:473-478.

Page 17 of 18



Malinowska et al. BioMedical Engineering OnLine 2013, 12:109

http://www.biomedical-engineering-online.com/content/12/1/109

30. Tamura K, Karacan |, Williams RL, Meyer JS: Di

sturbances of the sleep-waking cycle in patients with vascular

brain stem lesions. Clinical EEG (electroencephalography) 1983, 14:35-46.
31. Lavie P, Pratt H, Scharf B, Peled R, Brown J: Localized pontine lesion: nearly total absence of REM sleep.

Neurology 1984, 34:118-120.

32, Guilleminault C, Cathala JP, Castaigne P: Effects of 5-hydroxytryptophan on sleep of a patient with a brain-
stem lesion. Electroencephalography and clinical neurophysiology 1973, 34:177-184.

33, Malinowska U, Klekowicz H, Wakarow A, Niemcewicz S, Durka PJ: Fully parametric sleep staging compatible
with the classical criteria. Neuroinformatics 2009, 7:245-253.

34, Rechtschaffen A, Kales A (Eds): A Manual of Standardized Terminology, Techniques and Scoring System for Sleep
Stages in Human Subjects. Number 204 in National Institutes of Health Publications. Washington DC: US Government

Printing Office; 1968.

35. Himanen SL, Hasan J: Limitations of Rechtschaffen and Kales. Sleep medicine reviews 2000, 4:149-167.
36. Hirshkowitz M: COMMENTARY - standing on the shoulders of giants: the standardized sleep manual after

30 years. Sleep Med Rev 2000, 4:169-179.

37. Billiard M: Guest editorial - the standardized sleep manual, love it or leave it. Sleep Med Rev 2000, 4:129.

38. Durka PJ: Matching Pursuit and Unification in EEG Analysis. Artech House; 2007.

39. Durka PJ, Malinowska U, Szelenberger W, Wakarow A, Blinowska KJ: High resolution parametric description of
slow wave sleep. Journal of neuroscience methods 2005, 147:15-21.

40.  Malinowska U, Durka PJ, Blinowska KJ, Szelenberger W, Wakarow A: Micro- and macrostructure of sleep EEG.
IEEE engineering in medicine and biology magazine: the quarterly magazine of the Engineering in Medicine & Biology

Society 2006, 25:26-31.

41. Durka PJ, Szelenberger W, Blinowska KJ, Androsiuk W, Myszka M: Adaptive time-frequency parametrization in
pharmaco EEG. Journal of neuroscience methods 2002, 117:65-71.

42. Malinowska U, Durka PJ, Zygierewicz J, Szelenberger W, Wakarow A: Explicit parameterization of sleep EEG
transients. Computers in biology and medicine 2007, 37:534-541.

43, Giacino JT, Kalmar K, Whyte J: The JFK coma

recovery scale-revised: measurement characteristics and

diagnostic utility. Archives of physical medicine and rehabilitation 2004, 85:2020-2029.

44, Ibert C, Ancoli-Israel S, Chesson A, Quan S: The AASM manual for the scoring of sleep and associated events: rules,
terminology and technical specification. 1st edition. Westchester: American Academy of Sleep Medicine; 2007.

45, Mallat S, Zhang Z: Matching pursuit with time-frequency dictionaries. IEEE Trans Signal Process 1993, 41:3397-3415.

46.  Kus R, Rézanski PT, Durka PJ: Multivariate matching pursuit in optimal Gabor dictionaries: theory and software
with interface for EEG/MEG via Svarog. BioMedical Engineering OnLine 2013, 12:94.

47. The Multi-Society Task Force on PVS: Medical aspects of the persistent vegetative state (2). The New England

Jjournal of medicine 1994, 330:1572-1579.

48. Cruse D, Chennu S, Chatelle C, Fernandez-Espejo D, Bekinschtein TA, Pickard JD, Laureys S, Owen AM: Relationship
between etiology and covert cognition in the minimally conscious state. Neurology 2012, 78:316-822.

doi:10.1186/1475-925X-12-109
Cite this article as: Malinowska et al.: Electroe

ncephalographic profiles for differentiation of disorders of

consciousness. BioMedical Engineering OnLine 2013 12:109.

Submit your next manuscript to BioMed Central
and take full advantage of:

e Convenient online submission

¢ Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

¢ Research which is freely available for redistribution

Submit your manuscript at
www.biomedcentral.com/submit

( BiolVied Central

Page 18 of 18



	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Monitoring brain functions in disorders of consciousness (DOC)
	Sleep and DOC
	Automatic analysis of sleep EEG

	Methods
	Experimental data
	Matching Pursuit
	Selection of EEG structures
	EEG profiles
	Reproducible research and availability of software

	Results and discussion
	EEG profiles of DOC patients
	Assessment of predominant features of EEG profiles and statistics

	Conclusions
	Additional file
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


