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Abstract

Background: Nonsense-Mediated decay (NMD) selectively degrades mRNA transcripts that carry premature stop
codons. NMD is often triggered by alternative splicing (AS) modifications introducing such codons. NMD plays an
important regulatory role in brain neurons, but the in vivo dynamics of AS and NMD changes in neurological
diseases and under treatment were scarcely explored.

Results: Here, we report exon arrays analysis of leukocyte mRNA AS events prior to and following Deep Brain
Stimulation (DBS) neurosurgery, which efficiently improves the motor symptoms of Parkinson’s disease (PD), the
leading movement disorder, and is increasingly applied to treat other diseases. We also analyzed publicly available
exon array dataset of whole blood cells from mixed early and advanced PD patients. Our in-house exon array dataset
of leukocyte transcripts was derived from advanced PD patients’ pre- and post-DBS stimulation and matched healthy
control volunteers. The mixed cohort exhibited 146 AS changes in 136 transcripts compared to controls, including 9
NMD protein-level assessed events. In comparison, PD patients from our advanced cohort differed from healthy
controls by 319 AS events in 280 transcripts, assessed as inducing 27 protein-level NMD events. DBS stimulation
induced 254 AS events in 229 genes as compared to the pre-DBS state including 44 NMD inductions. A short, one
hour electrical stimulus cessation caused 234 AS changes in 125 genes compared to ON-stimulus state, 22 of these
were assessed for NMD. Functional analysis highlighted disease-induced DNA damage and inflammatory control and
its reversal under ON and OFF stimulus as well as alternative splicing in all the tested states.

Conclusions: The study findings indicate a potential role for NMD both in PD and following electrical brain
stimulation. Furthermore, our current observations entail future implications for developing therapies for PD, and for
interfering with the impaired molecular mechanisms that underlie PD and other neurodegenerative and neurological
disorders, as well as DBS-treatable conditions in general.
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Background
NMD is an eukaryotic mRNA surveillance process that
detects, and selectively degrades, mRNA transcripts
which harbour premature termination codons (PTC;
[1]), increasing the fidelity of gene expression by
degrading aberrant mRNAs that, if translated, would
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reproduction in any medium, provided the or
produce truncated proteins [2]. The complex NMD
mechanism is required to distinguish a normal stop
codon from a premature one, with both splicing and
translation crucial for this discrimination in mammals [3].
The pre-mRNA splicing machinery recognizes a ter-

mination codon as premature when it is located more
than about 50 nucleotides upstream of the final intron
position. Therefore, NMD can result from somatic DNA
rearrangements, the presence of upstream open reading
frames, the use of alternative open reading frames or
the presence of UGA codons [4-7]. More than a third of
reliably inferred Alternative Splicing (AS) events in humans
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result in PTC-containing mRNA isoforms [8], and alterna-
tive usage of promoter and polyadenylation sites often
places a translation termination codon in a premature
context and thereby triggers NMD [9,10]. Thus, many
alternative mRNA isoforms carry PTCs that render them
as NMD targets and exhibit AS-induced NMD in humans
[11]. Examples include transcripts carrying an exon-exon
junction downstream of the stop codon, which induces
NMD by recruiting both splicing and translation termin-
ation factors. In some cases, AS can truncate the normal
protein product by causing a frame shift [12]. This may
simply remove a protein functional domain, or trigger
NMD if the new translation stop site is located too far
upstream from the original stop site [13]. Thus, AS
contributes to targeting mRNAs for NMD [14]. Also,
alternative polyadenylation sites may trigger NMD by
generating a long 3′-untranslated region (3′-UTR).
Notably, it is estimated that about 95% of the human
genes undergo AS changes which create numerous
transcript variants from a single gene [15]. This may
induce alternative C-or N-terminal sequences in the
produced protein, or lead to retained introns, alternative
coding of internal gene regions (i.e. exon inclusion or
exclusion) and may trigger NMD changes (Figure 1).
Correspondingly, mal-functioning NMD leads to mis-
regulation of a significant fraction of mRNAs [16]. For
example, the core small nuclear ribonucleoprotein (snRNP)
SmB/B′ self-regulates its expression by promoting the
inclusion of a highly conserved alternative exon in its
own pre-mRNA that targets the spliced transcript for
NMD [17]. While NMD factors are essential in early
embryonic development [18], the key physiological roles
of NMD are largely unknown.
That NMD functions as a quality control mechanism

tentatively suggested involvement of this particular RNA
surveillance process in both the initiation and progression
of neurodegenerative diseases and in treatment-induced
modifications of disease symptoms. Specifically, we
considered the rapid changes occurring following Deep
Brain Stimulation (DBS) treatment, a functional stereotac-
tic neurosurgery that is most commonly applied to ameli-
orate Parkinson’s disease (PD) motor symptoms through
targeting of the Sub-Thalamic Nucleus (STN) brain region
[19]. Following treatment, the normalized neuronal activity
then conveys rapid signals to peripheral tissues, such
that DBS improves the four cardinal PD motor symptoms:
tremor, rigidity, bradykinesia (“slow movement”), akinesia
(“lack of movements”) [20] and postural instability [20,21].
Overall, DBS has been shown to be particularly beneficial
for PD patients with severe motor complications [22] and
it has the unique advantage of reversibility and adjustability
over time [23]. In recent years, the use of DBS has rapidly
expanded both for other movement disorders and for
conditions such as treatment-refractory depression, epilepsy
and psychiatric diseases, but the underlying molecular
mechanisms governing its effects remained unknown.
Although PD is a central nervous system disease, the

current estimation is that it initiates up to decades
prior to the appearance of the motor symptoms [24],
including autonomic nervous system involvement. The
spatio-temporal distribution pattern of PD-related inclu-
sions includes lesions in olfactory structures, projection
neurons and the enretic nervous system [25]. Moreover,
PD is also characterized by non-motor manifestations
[26]. In recent years, evidence for the presence of blood
RNA biomarkers for PD was accumulated from numerous,
independent studies [27-29]. Moreover, although PD symp-
toms reflect preferential neuronal death, DNA, RNA and
biochemical traits of the disease are detectable in blood
cells [30-32]. We [33] and others [34] have employed exon
arrays to identify genome-scale transcriptional [35] and
AS aberrations [33] in blood cells and leukocytes from
PD patients before and after DBS treatment (i.e. ON
stimulation) as compared with healthy control (HC)
volunteers and with patients with disconnected electrical
stimulation which lasted only one hour. The short elec-
trical stimulation cessation rapidly re-induces the disease
motor symptoms, suggesting involvement of fast brain-
to-body communications. Most recently, we have managed
to classify brain transcriptomes of an external cohort of
PD patients from control samples based on AS signatures
detected in our cohort of PD patients’ blood leukocytes
and matched HC [36]. Leukocytes, in contrast to whole
blood cells, can also report or respond to brain infarction,
for example in stroke [37].
In our current study, we zoomed in to profile NMD

events in leukocyte transcripts from PD patients before
and after DBS neurosurgery and under disconnected
electrical current, aiming to challenge the hypothesis
that NMD may be actively involved in the impaired
brain-to-body signalling processes that accompany PD
and in the correction of such impairments under DBS
which mitigates PD symptoms. We predicted NMD profile
changes in PD leukocytes compared to healthy volunteers
and in post-DBS compared to pre-DBS preparations,
and surmised that disconnecting the electrical stimulus
would again alter the NMD profile. To challenge these
predictions, we integrated a web-available exon array
data set of human PD blood samples [34] with our own
PD blood leukocyte exon array datasets of patients pre-
and post-DBS and characterized the corresponding
NMD events. Here, we provide evidence for NMD pro-
file changes that are compatible with a regulatory role
of NMD in both PD and under DBS ON Stimula-
tion as well as following an hour stimulation cessation
(i.e. OFF stimulation). To our knowledge, this is the
first evidence that electrical stimulation in the brain
induces NMD changes in disease-relevant blood cell
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Figure 1 Types of protein-level functional implications of interrogated AS events. The AS events detected in both whole blood and
leukocyte exon array data sets of PD patients and healthy control (HC) volunteers, and pre- and post- DBS treatment, included alternative N and
C termini, retained introns, alternative coding of internal gene regions, NMD and truncation (>50% reduction in protein product size). Top: a
schematic structure of a gene. Grey: introns, color coded regions: exons. Direction: from 5’ to 3’ UTR. PTC: Pre-Termination codon. Below it, the
structure of a full transcript is given, with a theoretical protein product structure.
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transcripts, and that these changes are rapidly susceptible
for reversal.

Results
AS events in blood mRNA from mixed early and advanced
PD patients induce a small number of NMD events
To characterize alternative splicing changes in exon array
datasets from PD patients, we first studied our in-house
exon array leukocyte dataset (of overall 27 samples) by
measuring the exon level splicing index and assessing
functional protein-level implications of these measures in
our data-set, as well as in an additional independent exon
array dataset of whole mRNA extracted from blood samples
of mixed early and advanced PD patients and healthy
control volunteers (overall 28 samples) [34]. Exon level
splicing-index (SI) analysis of the mixed published cohort
interrogated 27,305 transcripts, yielded 146 AS events
(defined as presenting either SI or MiDAS p-value < 0.05
and at least 2-fold change) that occurred in 136 genes
(Figure 2Ai and Additional file 1: Table S1). Overall, 217
functional changes were predicted in the corresponding
protein products for the detected AS transcripts, the most
abundant of which were altered N- and C- termini
(together comprising 77% of all changes, Figure 2Aii).
Of these, a total of 9 AS changes were predicted to
induce NMD protein-level changes in patients compared
to controls (Additional file 1: Table S1). On average, 67% of
the events were associated with more than one functional
event, and alternative N- terminus showed the largest
overlap with other functional predictions (Figure 2Aiii).
The detected genes included the kinesin family member 1
binding protein KIAA1279, previously identified as related
to cortical brain malformations [38]. One of the mixed
cohort detected genes, RPL10 also showed general gene
level expression change detected previously by transcript-
level analysis of our advanced PD patient’s cohort exon
array data [35]. Functional enrichment analysis of the AS
genes detected as changed in the mixed cohort identified
ATP binding, alternative splicing and transition metal ion
binding (Table 1 and Additional file 2: Table S2).
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Figure 2 Post-DBS increases in AS-induced NMD events. A-D: Shown are total numbers of AS events (i), relative frequency of AS events in
exons (ii), and overlapping ratio between functional predictions of the changed exons (black denotes no overlap) (iii) that were detected by exon.
Exon level analysis of exon array data from (A) whole blood from mixed early-advanced PD patients external cohort and HC volunteers (B)
advanced PD patients as compared with control volunteers (C) advanced patients post-DBS on stimulation (PD Stim-ON) as compared with
pre-DBS and (D) post-DBS OFF stimulus as compared with one hour earlier ON- stimulus. (E): Total numbers of NMD and truncation AS events
detected in each of the tested conditions. Purple: truncation events, orange: NMD, green: both. The NMD events are a subset of the total number
of detected AS events that were observed in all of the interrogated microarray probe-sets.
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Table 1 High enrichment for alternative splicing pre- and post-DBS on and off stimulation

Type Category Term Count % p-value

PD SP_PIR_KEYWORDS cytoplasm 72 2.875 0.000

GOTERM_CC_FAT GO:0043232 ~ intracellular non-membrane-bounded organelle 57 2.205 0.000

SP_PIR_KEYWORDS phosphoprotein 128 4.952 0.000

GOTERM_CC_FAT GO:0005819 ~ spindle 11 0.426 0.000

SP_PIR_KEYWORDS alternative splicing 129 4.990 0.000

UP_SEQ_FEATURE splice variant 129 4.990 0.000

GOTERM_CC_FAT GO:0015630 ~microtubule cytoskeleton 20 0.774 0.000

GOTERM_CC_FAT GO:0005856 ~ cytoskeleton 35 1.354 0.000

GOTERM_CC_FAT GO:0044430 ~ cytoskeletal part 26 1.006 0.000

GOTERM_CC_FAT GO:0031974 ~membrane-enclosed lumen 40 1.547 0.001

GOTERM_BP_FAT GO:0033554 ~ cellular response to stress 19 0.735 0.001

SP_PIR_KEYWORDS cytoskeleton 20 0.774 0.001

SP_PIR_KEYWORDS atp-binding 31 1.199 0.002

GOTERM_MF_FAT GO:0004674 ~ protein serine/threonine kinase activity 15 0.580 0.003

GOTERM_BP_FAT GO:0006259 ~ DNA metabolic process 16 0.619 0.003

GOTERM_CC_FAT GO:0070013 ~ intracellular organelle lumen 36 1.393 0.003

GOTERM_BP_FAT GO:0032092 ~ positive regulation of protein binding 3 0.116 0.004

GOTERM_CC_FAT GO:0005815 ~microtubule organizing center 10 0.387 0.004

GOTERM_MF_FAT GO:0000166 ~ nucleotide binding 46 1.779 0.005

GOTERM_CC_FAT GO: 0005694 ~ chromosome 14 0.542 0.005

GOTERM_CC_FAT GO:0043233 ~ organelle lumen 36 1.393 0.005

SP_PIR_KEYWORDS acetylation 50 1.934 0.005

GOTERM_CC_FAT GO:0070161 ~ anchoring junction 8 0.309 0.006

GOTERM_MF_FAT GO:0005524 ~ ATP binding 33 1.277 0.006

SP_PIR_KEYWORDS nucleotide-binding 35 1.354 0.006

GOTERM_CC_FAT GO:0005813 ~ centrosome 9 0.348 0.007

GOTERM_MF_FAT GO:0032559 ~ adenyl ribonucleotide binding 33 1.277 0.008

SP_PIR_KEYWORDS transferase 30 1.161 0.008

GOTERM_BP_FAT GO:0030099 ~myeloid cell differentiation 6 2.232 0.008

GOTERM_BP_FAT GO:0009057 ~macromolecule catabolic process 20 0.774 0.008

GOTERM_CC_FAT GO:0019898 ~ extrinsic to membrane 14 0.542 0.009

GOTERM_MF_FAT GO:0030554 ~ adenyl nucleotide binding 34 1.315 0.009

DBS UP_SEQ_FEATURE FEATURE splice variant 115 53.488 0.000

SP_PIR_KEYWORDS phosphoprotein 112 52.093 0.000

SP_PIR_KEYWORDS alternative splicing 114 53.023 0.000

UP_SEQ_FEATURE domain:EH 1 3 1.395 0.002

UP_SEQ_FEATURE domain:EH 2 3 1.395 0.002

GOTERM_CC_FAT GO:0005829 ~ cytosol 25 11.628 0.007

OFF SP_PIR_KEYWORDS alternative splicing 63 55.263 0.000

UP_SEQ_FEATURE splice variant 61 53.509 0.001

The functional terms as well as sequence feature and domains detected as the highest enriched in spliced transcripts of leukocyte RNA extracted from blood
samples of advanced PD patients’ pre-DBS and post-DBS ON- and following one hour OFF- stimulus (p < 0.01) are shown. Red: the repeatedly appearing term
alternative splicing. Given are: the compared state (PD: patients pre-DBS compared with control volunteers, DBS: PD patients post-DBS on electrical stimulation as
compared with pre-DBS state, OFF: PD patients post-DBS following one hour of electrical stimulation cessation. Category: the type of term, term: the name of the
term (and Gene Ontology – GO- ID for GO terms), count: the number of spliced transcripts that are associated with the corresponding term, %: the percent of the
spliced transcripts in the term, p-value: statistical significance.
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AS-triggered NMD events in advanced PD leukocytes as
compared with healthy controls
Our dataset differed from the published one in two
principal points: both the clinical characteristics of
recruited patients (advanced stage as compared to mixed
composition) and the population of blood cells from which
RNA was extracted (purified leukocytes as compared to
the total variety of blood cells). Overall, 319 AS events
were detected in the advanced patients compared to
control volunteers (Figure 2Bi). These included 175
inclusion and 144 exclusion events, which totally occurred
in 280 genes (Additional file 3: Table S3). These spanned
the innate immunity gene FBXO9 [39] and LRRC8C,
which we identified as a PD leukocyte signature gene,
based on its transcript level changes [35]. Five spliced
transcripts were identified both in this mixed cohort and
in our advanced PD patients’ blood leukocytes: BTNL8,
RAD17, ARL17B, UTY and DROSHA (suggesting possible
relevance of microRNA regulation of the detected changes).
Of the detected AS changes, 284 were predicted to cause
functional change at the protein level (i.e. alternative N-
or C- termini, NMD, truncation, change of alternative
coding regions and intron retention). The majority of
those were alternative C-termini (41%) and N-termini
(35%) (Figure 2Bii and Additional file 3: Table S3). On
average, 63% of the identified AS events predictably
induce more than one functional change (Figure 2Biii),
with 28 predicted to induce NMD (Figure 2Bii, E). Notably,
in spite of the more heterogeneous cell composition
and the mixed early-late PD patients in the whole
blood cohort, our exon array leukocyte dataset yielded
similar proportions of the functional prediction groups to
those of the mixed patient’s cohort: 37% and 38% terminal
changes and 11% retained introns (compare Figure 2Bii
to Figure 2Aii) with more than one functional change
following each event.
Functional analysis of the PD AS-modified transcripts

using EASE [40] identified the term alternative splicing
as having the largest number of assigned genes (i.e. 129)
in the advanced patients (p < 0.01 under Table 1, and
p < 0.05 under Additional file 4: Table S4), compatible
with many of the spliceosome components being subject
to self-AS changes [41]. Notably, the advanced cohort
presented 1% alternative coding events, considerably less
than the 6% observed in mixed patients (as compared
with the corresponding matched control volunteers of
each tested cohort). In contrast, the fractions of NMD
events were similar to the advanced and mixed cohort
(5% compared to 4%). Furthermore, the total number
of NMD functional predictions was 3-fold larger in the
advanced patients (28 compared to 9), possibly reflecting
increased NMD effects and decreased variability of
blood cell protein composition in purified leuko-
cytes and with disease progression. Thus, NMD
events showed an apparent association with the severity
of PD.
We have further challenged these observations using

the robust FIRMA analysis approach [42]. While in the
SI approach, the signal of each exon is normalized by
dividing it by the measured gene expression level, the
FIRMA approach models the expected behaviour of each
exon by calculating its deviation from a robust estimate
of the gene expression level. This analysis yielded 167
AS events that occurred in 120 genes overall (Additional
file 5: Table S5) in advanced PD patients compared to
controls, with 8 of them identified as NMD changes. For
example, the vacuolar protein VPS37A gene was detected
as both AS- and NMD-changed. Other examples are the
phosphodiesterase PDE7A1/3, inhibition of which rescues
dopaminergic neurons in cellular and rodent models of
PD [43] and the trans-ketolase enzyme TKTL1 [35],
which also showed PD association in a gene level analysis
of the same cohorts [35]. 29 additional events involved
truncation, occurring in non-NMD genes and included
five of the 29 PD signature genes that we previously
identified in this same cohort: the B cell development
controller LRRC8C, the solute carrier protein SLC6A8,
the ATPase ATP11B, the cell division cycle protein
CDC20 and TKTL1 [35]. Two genes showed both fold-
change and modified AS: the tumorigenic keratin KRT7
[44] and the oncogene MED29 [44]. Functional analysis
revealed that the FIRMA-detected genes were highly
enriched with alternative splicing.
Although there was no overlap between the specific

genes identified by the SI and the FIRMA analysis
methods, we noted that there was an overlap in terms of
gene families between the two lists. For example, the
solute carrier (SLC) as well as zinc finger and WD repeat
domain-containing genes were detected as significantly
changed by both methods. Notably, there was also an
overlap between the functional enriched terms of the SI
and FIRMA detected genes, for example – alternative
splicing, with the SwissProt keyword phosphoprotein as
the top detected functional enriched term in both lists,
found in 69 of the SI, and 70 of the FIRMA detected
genes. The biological process protein transport also
appeared as significantly enriched in both lists.

DBS stimulation-induced AS changes in PD patients
leukocytes predicted to yield NMD
Next, we addressed the question of whether the observed
splicing changes are correlated with treatment efficacy. We
have conduced exon-level SI analysis of blood leukocyte
transcripts from PD patients post-DBS, upon symptoms
stabilization, and under electrical stimulation (PD-Stim-ON)
as compared with one day prior to DBS neurosurgery
(patients clinical information is described under [35]).
While PD patients showed 319 AS events compared to
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controls, DBS-induced response of 254 AS changes overall
(Figure 2Ci and Additional file 6: Table S6), 44 of which
were predicted to induce NMD at the protein level. Thus,
although the total number of overall AS events was
smaller post- as compared with pre-DBS, the fraction of
NMD ones was higher (Additional file 6: Table S6 and
Figure 2 C, E), demonstrating considerable DBS-inducible
transcript destruction in post-DBS leukocytes. Examples
included the erythrocyte membrane protein EPB41L4A
with DBS-induced inclusion of an alternative N-terminus,
the inflammatory response gene A2M [45], the splicing
factor SRRM1 and the I- kB kinase cascade regulator
IKBKE. 31 of the identified transcripts were predicted to
undergo truncation following the splice changes, of these
9 were also predicted to undergo NMD change. Overall,
80% of the transcripts exhibited more than one splicing
event. The functional protein-level implication of the
DBS-induced AS changes at the protein level was overall
similar to those observed both in advanced and in mixed
PD patients pre-DBS as compared with healthy control
volunteers (Figure 2Cii, Ciii). The post-DBS NMD predicted
transcripts largely differed from the disease-predicted
NMD transcripts, with only 3 genes predicted to undergo
AS induced NMD changes in both the patients’ leukocytes
pre-DBS compared to controls and in the post-DBS
stimulated state. Functional sequence and feature enrich-
ment analysis of the detected DBS-modified transcripts
revealed enrichment in the following terms: alternative
splicing, inflammatory response, metal and zinc ion
binding, regulation of cellular response to stress and
apoptosis (Table 1 and Additional file 7: Table S7).
Functional enrichment analysis of only the NMD predicted
transcripts detected alternative splicing, DNA repair and
regulation of protein kinase cascade as highly enriched.
Of the DBS-modifiable AS transcripts, 23 were also

detected in the PD patients pre-DBS and 2 of those
showed DBS-inducible NMD change: the TATA Box
gene TAF1D (with inclusion of exon E9-7) and VDAC3,
where inclusion of exon E5-1 was predicted to affect
functional NMD decay. Four of the DBS-induced AS
genes also showed expression change in the same patients:
the tumorigenic protein TPRG1, the keratin KRT7, the
vesicular trafficking protein EXOC7 and the NMD factor
UPF3A, which also changed in patients compared with
controls. The treatment-induced AS genes also included
interleukin (IL) 19, suggesting immune and NMD relevance
to the DBS-induced improvement of motor functions.
Although inducing less exon level AS changes as compared
with PD, DBS increased the diversity of the detected events
to 631 functional predictions (with 40% of the events
predictably inducing more than one transcript change,
on average). FIRMA analysis of the post-DBS ON- stimu-
lus state as compared with the pre-DBS state detected 110
AS events in 106 transcripts (Additional file 8: Table S8),
and 8 of these were also identified by the SI method as
subjected to DBS-induced AS changes. FIRMA also
identified two genes exhibiting NMD change: the enzyme
PCBD2 with post-DBS inclusion of exon 2, and the
apoptosis-inducing factor EAF2 that exhibited post-DBS
inclusion of exon E10.1.

The DBS-induced NMD/AS changes are rapidly modifiable
and electrical stimulation-dependent
The DBS-induced changes in NMD/AS could potentially
be due to the operation procedure, the reduced drug dose
and/or the electrical stimulation itself or all of these
together. To test these possibilities, we further examined
blood leukocytes RNA of the DBS-treated patients follow-
ing one hour off electrical stimulation (Stim-OFF). We
noted 133 AS changes within only one hour following
disconnection of the stimulus (Figure 2Di and Additional
file 9: Table S9), further decreasing the diversity of the
changes to 373 functional predictions (such that every
third AS change would predictably modify the protein
product of the modified transcript). Functional enrichment
analysis once again detected alternative splicing as the top
enriched term (Table 1, red color and Additional file 10:
Table S10). Of the detected exons, 21 were also identified
as undergoing AS changes in the treatment-affected genes
(i.e. in DBS stimulation ON-stimulus as compared with
the pre-DBS state). Of these, we observed C-terminal
PD-related AS changes and DBS-induced NMD changes
in the serine protease CORIN, the carbonic anhydrase
CA1, the cell division controller TMEM67 and the
hematopoietic Krueppel-like factor KLF8. Other detected
genes, such as the glycogen phosphorylase PYGM, showed
OFF-stimulus dependent expression change.
At the level of functional implications, the fractions of

alternative N- and C-termini out of the total functional
predictions were comparable with those observed in
the ON-stimulus state (36/36% OFF and 37/38%, ON)
(Figure 2Dii and Cii, peach and red colors). However, the
fractions of truncated transcripts increased OFF stimulation
as compared to both pre- and post-ON states (8% as
compared with 4% and 5.7%). Also, the fractions of retained
introns were similar pre- and post-DBS (11%) but increased
upon stimulation cessation (to 13%). In contrast, NMD
events declined to 6.2% of the total events as compared
with post-DBS on stimulation (Figure 2E), reinforcing the
indication that the NMD changes depended on the stimu-
lus. FIRMA comparison of the OFF- and ON-stimulus
states, only one hour earlier detected 55 AS events in 55
transcripts (Additional file 11: Table S11). Of the FIRMA
detected genes, seven were also detected in the OFF- as
compared with the ON-stimulus state through SI analysis,
including the fibroblast growth factor receptor FGFR1 [46].
That the DBS-induced capacity to cause NMD/AS changes
was largely lost under OFF-stimulus conditions (Figure 2E)
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further suggested that it was due to the electrical stimulus
itself rather than the operation or the modified drug dose.
To further challenge the power of the observed differ-

ences, we performed hierarchical classification analysis
on all of those AS regions that were implicated to cause
NMD in the mixed patients’ cohort, and found correct
classification of all samples except for 2 misclassifica-
tions (Figure 3A). In comparison, directly classifying the
expression levels of the regions that exhibited NMD
changes correctly distinguished all of our advanced PD
patients from controls (Figure 3B). Furthermore, the AS
A B

C D

PD

PD PD stim-on

HC

Figure 3 AS-induced NMD predictions segregate patients from controls
early-advanced PD whole blood samples by SI values of the changed exon p
seventeen patients were mis-classified with the HC group. (B) Classification of
index (SI) values of those AS exons predicted to induce NMD in blood leukoc
the same patients pre-DBS correctly classified pre- from post- states based on
patient pre-DBS was classified with post-treatment patients. (D) HCL classifica
ON- stimulus correctly classified all samples through SI analysis of NMD/AS ge
classifications and distance measurement method was Euclidian. The color ba
probe-sets predicted to be subjected to NMD under
DBS successfully classified the samples ON- stimulus as
compared to pre-DBS state based on their expression
levels (Figure 3C, PD and PD Stim-On). Finally, the
AS probe-sets predicted to be subjected to NMD suc-
cessfully classified the samples OFF-stimulus from the
one hour earlier ON- stimulus state based on their
expression levels (Figure 3D, PD Stim-On and PD
Stim-Off). Thus, NMD changes emerged as a principal
component of the changed disease states of the analyzed
patients.
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and post-treatment states. (A) Hierarchical classification of mixed
robe sets predicted to induce NMD change. Note that seven of the
advanced PD patients’ pre-DBS from matched HC based on the splicing-
yte samples. (C) HCL classification of patients’ post-DBS ON- stimulus and
the SI values of the AS/NMD detections in the Stim-On state. Right: one
tion of PD patients post-DBS following one hour OFF- as compared with
nes by clinical state. Distance measure was correlation in all the
rs represent relative expression ratio (red-higher, blue-lower).
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NMD/AS events alter functional features both with
disease progression and under DBS
Post-hoc functional enrichment analysis of the AS genes
detected in the mixed published PD cohort revealed
enrichment in nucleotide-binding, metal-binding, Natural
killer cell mediated cytotoxicity, ATP-binding, transition
metal ion binding, ATP binding, gene silencing and positive
regulation of immune response (Additional file 2: Table S2).
In our advanced PD cohort as compared with age and
gender matched healthy control volunteers (HC), post-hoc
GO and protein domains enrichment functional analysis
[40,47] of the AS modified transcripts likewise detected
enrichment for the Molecular Function (MF) term ATP
binding and the Biological Processes (BP) terms metal ion
transport, in addition to mitochondrion organization
(Table 1 and Additional file 2: Table S2), both of which
also emerged as PD-relevant in brain transcriptomes from
mouse PD models [48]. The AS-modified genes further
included the PD-related ubiquitin ligase component FBXO9
[49] which exhibited inclusion of an N-terminal exon in
PD leukocytes. Functional analysis of only AS transcripts
predicted to cause NMD functional change detected
significant enrichment in the cell cycle checkpoint GO
term (Table 1).
The genes that underwent AS change following DBS

revealed the highest enrichment in splice variant sequence
feature (which appeared in 28 of the NMD predicted
genes), the Swissprot database term alternative splicing
(Table 1 and Additional file 7: Table S7), and the GO BP
terms alternative splicing, oxidative phosphorylation,
mitosis, protein transport, leukocyte proliferation and
ATP-binding. Those genes that presented AS-induced
NMD functional prediction following DBS exhibited
enrichment in regulation of protein kinase cascade, cellular
response to stress, alternative splicing, DNA damage,
DNA repair and disease mutation (Table 1, lower panel).
Highlighting the role of NMD in the DBS-inducible
leukocyte AS changes, the GO BP term nuclear-transcribed
mRNA catabolic process, nonsense-mediated (NMD) decay
was also enriched in the group of treatment-increased AS
events.
Comparing post-DBS leukocyte exon expression of

the OFF- to the one hour earlier ON-Stimulation state
highlighted 63 and 61 genes of the alternative splicing
and sequence feature splice variant terms, with metal
ion-binding site: Magnesium 2 as the top sequence feature
detected. Additional enriched pathways included comple-
ment alternate pathway activation (hinting at immune
involvement under OFF- state), acute inflammatory re-
sponse and mitochondrion (Additional file 10: Table S10).
Narrowing of the functional enrichment analysis to only
the NMD fraction of the detected AS transcripts detected
enrichment in alternative splicing, highlighting the rapid,
NMD-linked, molecular signature reversal of stimulation
treatment following the one hour OFF stimulus. Thus,
while the different interrogated states showed variable
enrichment features, all shared AS-related elements as
primarily affected.

Discussion
Despite its biological importance, the functional and
dynamic implications of NMD changes as well as the
link between splicing and functional NMD implications
were never tested in human patients. Overall, an inclusion
or exclusion of a single probe set often reflect more than
one functional change; and those events that modified
N- and C- termini were frequently accompanied in our
datasets by functional NMD prediction. Specifically, in
PD patients’ blood cells and leukocytes pre- and post-DBS,
ON- and OFF- stimulus, we identified AS changes that
predictably induce NMD, modify N- and C- termini,
retain introns, alter coding events (defined as a change in
internal, rather than terminal protein sequence) and cause
truncation (a splicing event that causes a reduction of at
least 50% in the protein product size (Figure 1), or induce
various combinations of those changes. We detected more
events in advanced PD patients’ leukocytes than in whole
blood cells from the mixed independent cohort, with
further increases following DBS stimulation and rapid
decreases under OFF-stimulus. The fraction of leukocyte
NMD events increased from 5.3% pre-DBS to 7% post-
DBS and declined again upon stimulation cessation to
6.2%. Moreover, the number of NMD causing events was
higher post-DBS as compared with both pre- and post-
OFF states as well as the mixed cohort of early-late PD,
and the observed AS changes OFF- stimulus that were
accompanied by returning tremor symptoms also wiped
off much of the DBS-mediated AS changes in leukocyte
mRNA. A comparison of purified leukocyte RNA from
advanced patients to the whole blood preparation from
the published mixed cohort revealed that both the splicing
and NMD implications were massive in leukocytes from
advanced patients as compared with mixed early and
advanced whole blood cells. Together, these findings
reflect progressive NMD increases with disease progression
and treatment-induced changes, dependent on the elec-
trical stimulus; and suggest that the NMD process is one
of those checks and balances mechanisms regulating RNA
metabolism under modified brain-to-body signalling.
One common outcome of AS events is suppressed

function of a gene by the production of non-functional
transcripts, which can be achieved through the NMD
mechanism [50-53]. NMD was first identified in the late
1970’s in thalassemic carriers of nonsense globin mutations
as the cause for decreased abundance of affected mRNA
transcripts, rather than production of truncated proteins
[54]. Recently it was discovered that NMD also regulates
normal gene expression [55], together suggesting that
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NMD manipulations could potentially cause both loss-and
gain- of -function changes and be of clinical benefit.
AS/NMD coupling was suggested before [56] and was
termed ‘regulated unproductive splicing and translation’
(RUST) [11,50,57]. Correspondingly, the identified NMD/
AS changes reflect DBS-inducible enhancement of cellular
response to stress and alternative splicing, both were
rapidly modified by stimulation cessation to NMD-induced
functional changes in immune and inflammation proper-
ties. We observed DBS-stimulus NMD predictions in genes
participating in DNA damage and repair and alternative
splicing, compatible with our findings of bidirectional
risk-protection role of these pathways by meta-analysis
of mouse PD model brain transcriptomes [48]. Overall,
this study expands our observations for disease-related
AS changes in both brain and blood cells. To the best of
our knowledge, this is the first demonstration of splicing-
mediated NMD irregularities under disease and of their
correction through DBS-related brain-to-body messages,
changing transcript profiling in blood leukocytes as a
symptoms-related mechanism of action.
PD prevalence (0.5-1% from 65–69 years, 1-3% over

80 years [58] and 4-5% over 85 [20]) is predicted to grow
worldwide within the next decades [59], highlighting the
importance of developing new therapeutic strategies which
should ideally target the disease-related impairments. In
this context, 50% of known disease-associated mutations
in RNA-binding proteins cause nervous system diseases
[60,61]. Examples include SMN2 mutations, which induce
motor neuron degeneration in spinal muscular atrophy
[62,63], and mutations in the RNA-binding proteins TDP-
43 and FUS, which induce amyotrophic lateral sclerosis
[64-66]. Also, neuron-specific splicing factors such as
NOVA regulate transcript categories that are essential
for neuronal functioning [67], and transcriptome profiling
demonstrates altered brain AS events in various engineered
mouse models of human degenerative diseases, PD among
them [63,68,69]. Thus, global changes in AS regulation
may contribute to the initiation and/or progression of
neurodegenerative processes. Therefore, searching for
PD-related mechanism(s) related to RNA metabolism is
called for. In this context, NMD has a role in preventing
dominant diseases and can also eliminate mRNAs that
would otherwise result in the production of partly or fully
functional truncated proteins. In such instances, interven-
tions to prevent degradation of transcripts containing
PTCs may be therapeutically useful. Approaches to
protect mRNAs containing a PTC from NMD, thereby
promoting the synthesis of a functional protein, have
been explored for cystic fibrosis, Duchenne muscular
dystrophy, Hurler syndrome and X-linked nephrogenic
diabetes insipidus [3]. Modulation of either the PTC of
the disease-associated AS transcripts, or of those genes
regulating the NMD process, through RNA interference,
may enable the development of NMD-targeted therapeu-
tics in the future.
DBS is increasingly used for other human diseases

including depression [70] and chronic pain [71] where it
is predicted to serve for treating tens of thousands of
people in the world during the next decade. In addition
to its established use for treating the deliberating motor
symptoms of PD [72], DBS has also been proven to be
a powerful tool for alleviating the symptoms of the
treatment-resistant motor diseases essential tremor
[73] and dystonia [74]. Additionally, DBS of a variety
of brain regions is being increasingly tested to treat a
growing number of non-motor diseases including behav-
ioural ones. These include obsessive-compulsive disorder
(OCD), major depression [75] and Tourette syndrome
[76]. However, the mechanism of action of DBS therapeu-
tics is still obscure. Our current study opens new venues to
exploring the molecular mechanisms by which DBS affects
motor and cognitive symptoms of both PD and other
neurological disorders.

Conclusions
We identified dynamic changes of AS-induced NMD
assessed events in PD patients’ blood cells and following
deep brain electrical stimulation. Specifically, we noted
that both the disease and yet more so, the DBS treatment
induced NMD prediction increase with disease-relevant
functional implications as compared with both healthy
control volunteers and the pre-surgery state. Intriguingly,
those NMD events that were identified in the mixed
cohort of early and advanced patients were reminiscent of
those in the advanced cases, albeit less discriminating. A
surprisingly rapid decline in both AS and NMD events
occurred following an hour OFF-stimulus, and Alternative
Splicing changes emerged as a commonly modified func-
tion in all tested stages, with known PD-related pathways
identified as enriched in AS-induced NMD changes
(Figure 4). Zooming into NMD events showed classification
between advanced PD patients and controls, an inverse
pattern of changed NMD events following DBS and reversal
of that pattern in OFF-stimulus samples. DBS is rapidly
emerging as a promising therapy for various neuronal
disorders and is increasingly applied for treating move-
ment disorders (PD, dystonia and essential tremor), and
increasingly tested to treat other diseases such as epilepsy
and major depression. DBS may become in the future tai-
lored and patient-specific, utilizing specific target regions
for individual clinical manifestations. The findings of this
study may therefore have future implications for exploring
and interfering with the impaired molecular mechanisms
that underlie not only neurodegenerative and neurological
disorders but also other DBS-treatable conditions. In
particular, our findings are relevant for searching for novel
PD-targeted therapeutics.
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Methods
This study was authorized and approved by the Ethics com-
mittee of the human review board (Hadassah University
Hospital, Ein-Kerem, approval number 6–07.09.07) in
accordance with the Declaration of Helsinki principles.
Following oral agreement, all participants signed informed
consent prior to inclusion. The decisions regarding the
DBS treatment were taken solely by physicians at the
Hadassah Ein Kerem Hospital and the PD patient volunteers
were only subsequently recruited for the study.

Independent PD whole blood microarray cohort
28 exon array raw CEL files of whole blood mRNA from
17 mixed early and late PD patients (time from diagnosis:
2–23 years) and 11 healthy control volunteers (HC) [34]
were obtained from the Gene Expression Omnibus (GEO)
database.

Patient and controls recruitment, DBS neurosurgery and
clinical evaluation
Seven PD male patients nominated for bilateral DBS neuro-
surgery were recruited to the study and six healthy age-
matched male controls (HC). Subjects were assessed for
their clinical background and state and fulfilled detailed
medical history questionnaires. Patients with other medical
conditions were excluded, including depression and past
and current DSM Axis I and II psychological disorders
(SM), chronic inflammatory diseases, coagulation irregu-
larities, previous malignancies or cardiac events, or any
other surgical procedure up to 1 year pre-DBS. Exceptions
were hyperlipidemia (present in two patients and three
control volunteers), hypertension and diabetes (two patients
each). All patients went through bilateral STN-DBS
electrode implantation (Medtronics, USA) and were under
dopamine replacement therapy (DRT) both pre- and post-
DBS, with a significantly reduced dosage post-DBS (t-test
p < 0.01). The last medication was administrated at least
5 hours pre-sampling. The patients and healthy volunteers
also exhibited similar total white and red blood cell
counts. Further clinical details (such as age, disease
duration and DRT dosage) are given under the supporting
information of [77]. Blood samples were collected from
each patient at three time points: (1) one day pre-DBS
upon hospitalization, with medication (2) post-DBS ON-
stimulus (range 6 – 18 weeks) (Stim-ON), when reaching
optimal clinical state as evaluated by a neurologist and
under a lower therapy dose, and (3) OFF-stimulus, follow-
ing 60 minutes OFF electrical stimulation (counted from
stage 2) (Stim-OFF). Healthy control volunteer samples
were collected from six age- and gender-matched academic
staff researchers at the Edmond Safra campus of the
Hebrew University of Jerusalem. Blood sample collection,
RNA extraction and microarray sample preparation,
hybridization and scanning were all as detailed [27].

Probe-set summation
Microarray probe-set summation of the input CEL files
was conducted using Affymetrix Power Tools (APT)
through AltAnalyze.
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Exon-level alternative splicing analysis
Splicing targeted analysis of both sets of exon array data
was conducted using the software AltAnalyze using the
Ensembl human database (#37) (http://www.ensembl.
org). Briefly, AS targeted analysis was conducted using
both Splicing-Index (SI) [78,79] and Finding Isoforms
using Robust Multichip Analysis (RMA) linear model fitting
[42]. Prior to the analysis, probe-sets with detection above
background (DABG) p-value were removed from the input
data. Overall, following the filtering, 487,571 core probe sets
remained in our in house data set for analysis and 238,749
in the independent data set. Expression data was formatted
to log scale. The SI is derived by subtracting the group-
normalized intensity of the patient group pre-DBS from
control samples or from post-ON state or post-ON
from post-OFF states. The SI represents the ratio of the
exon intensities between the two tested conditions fol-
lowing normalization to the gene intensities and serves
to measure the exon inclusion level. The SI value is
calculated as follows: the gene-level normalized probe-set

intensity is defined as NI ¼ probeset intensity
genej level intensity

for the j-th gene

and the splicing-index value subsequently calculated as

SI ¼ log2 NIpsi
NIpsi

� �
ps_i: the i-th probe set intensity of the

j-th gene. All calculated SI values were normalized using
the NI equation to the constitutive gene expression
level. AS change was detected using one-way ANOVA
(equivalent to t-test) in order to probe for differential
inclusion of exons into genes. In the case of post- compared
to pre-DBS and OFF compared to ON stimulation analyses,
a paired t-test was conducted. The significance of micro-
array pair-wise comparisons was derived by 2-tailed t-test
on the SI calculated values. To detect the highest propor-
tion of true positives the analyses included only the
following: (1) probe sets with Detection Above Background
(DABG) p-value > 0.05 (2) exons with a gene level
normalized log ratio between experimental conditions > 2,
(3) t-test p-values < 0.05 (4) FDR p-value < 0.05 (5) maximal
absolute gene expression change = 3 and (6) core level
probe sets. The Ensemble database served, through
AltAnalyze, to map each alternative splicing event to the
corresponding functional prediction (e.g. NMD) either dir-
ectly or through comparison of all transcripts for that gene.
Pathway analysis
Pathway post-hoc analysis on the detected AS transcripts
was conducted through the DAVID [80,81] EASE [40]
functional enrichment analysis module. The identified
biological themes included Gene Ontology (GO) [82]
terms, KEGG pathways [83], Swissprot (SP) [84] sequence
features and Protein Information Resource keywords
(SP-PIR), the InterPro protein families database [85]
and the BioCarta DataBase (http://www.biocarta.com/).
Availability of supporting data
The data-sets supporting the results of this article are avail-
able in the GEO repository, http://www.ncbi.nlm.nih.gov/
geo/query/acc.cgi?acc=GSE23676 and http://www.ncbi.nlm.
nih.gov/geo/query/acc.cgi?acc=GSE18838.
Additional files

Additional file 1: Table S1. Alternatively spliced genes detected by
splicing-index exon level analysis of the independent mixed early-late PD
patients and healthy control volunteers (HC) cohort.

Additional file 2: Table S2. Functional terms, functions and processes
found as enriched in the detected external cohort alternatively spliced genes.

Additional file 3: Table S3. Alternatively spliced genes detected by
splicing-index exon level analysis of the in-house advanced PD patients
and HC cohort.

Additional file 4: Table S4. Functional terms, functions and processes
found as enriched in the in-house PD cohort alternatively spliced genes
detected upon comparison to HC.

Additional file 5: Table S5. Alternatively spliced genes detected by
robust isoform finding analysis (FIRMA) of the exon microarray data of
the in-house advanced PD patients and HC.

Additional file 6: Table S6. Alternatively spliced genes detected by
splicing-index (SI) exon level analysis of the in-house advanced PD patients
cohort post-DBS as compared with pre-DBS (pre-treatment) state.

Additional file 7: Table S7. Functional terms, functions and processes
found as enriched in the in-house PD cohort alternatively spliced genes
detected upon comparison of pre- to post-DBS (treatment) states.

Additional file 8: Table S8. Alternatively spliced genes detected by
FIRMA analysis of the exon microarray data of the in-house advanced PD
patients cohort post-DBS as compared with pre-DBS (pre-treatment) state.

Additional file 9: Table S9. Alternatively spliced genes detected by
splicing-index exon level analysis of the in-house advanced PD patients
cohort post-DBS ON-Stim as compared to one hour off stimulation state
(following 1 hour of cessation of the electrical stimulator: OFF-Stim).

Additional file 10: Table S10. Functional terms, functions and
processes found as enriched in the in-house PD cohort alternatively
spliced genes detected upon splicing-index analysis of the two tested
post-DBS states (on and off electrical stimulation:ON-Stim and OFF-Stim).

Additional file 11: Table S11. Alternatively spliced genes detected by
robust isoform finding analysis (FIRMA) of the exon microarray data of
the in-house advanced PD patients in the two post-DBS states (on and
off electrical stimulation:ON-Stim and OFF-Stim).
Abbreviations
AS: Alternative plicing; BP: Biological process; DBS: Deep brain stimulation;
GO: Gene Ontology; GEO: Gene Expression Omnibus; MF: Molecular
Function; NMD: Nonsense-Mediated decay; FIRMA: Finding Isoforms using
Robust Multichip Analysis; PD: Parkinson’s disease; PTC: Pre-termination
codon; SI: Splicing Index; UTR: Un-Translated Region.
Competing interests
The authors declare that they have no competing interests.
Authors’ contributions
LS, HB, ZI and HS designed the study, HB, ZI and LS submitted for Helsinki
ethics committee approval and recruited patients and healthy control
volunteers to the study, LS signed the participants of agreement forms,
produced the blood leukocyte samples and RNA and conducted the
bioinformatic data analyses. LS drafted the manuscript with the help of HS
and all the co-authors approved the final manuscript. All authors read and
approved the final manuscript.

http://www.ensembl.org
http://www.ensembl.org
http://www.biocarta.com/
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE23676
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE23676
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE18838
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE18838
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S1.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S2.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S3.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S4.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S5.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S6.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S7.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S8.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S9.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S10.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-478-S11.xlsx


Soreq et al. BMC Genomics 2013, 14:478 Page 13 of 14
http://www.biomedcentral.com/1471-2164/14/478
Acknowledgements
We thank the PD patient and healthy volunteers that participated in this
study. We also thank Dr. Nathan Salomonis (Gladstone Institute of
Cardiovascular Disease; San Francisco, CA) for helpful discussions. This study
has been supported by the Israeli Chief Scientist (to HB), Thyssen Foundation
(to HS and HB), the Rosetrees foundation and the European Network of
excellence on alternative splicing (to HS). LS thanks HUJI sources for PhD
fellowship support.

Author details
1Department of Medical Neurobiology, Institute of Medical Research Israel-
Canada, Hadassah Medical School, The Hebrew University, Jerusalem, Israel.
2The Edmond and Lily Safra Center for Brain Sciences, The Hebrew
University, Jerusalem 91904, Israel. 3Center for Functional & Restorative
Neurosurgery, Department of Neurosurgery, Hadassah University Hospital,
Jerusalem, Israel. 4The Department of Biological Chemistry, The Life Sciences
Institute, The Hebrew University of Jerusalem, Jerusalem, Israel.

Received: 22 October 2012 Accepted: 12 July 2013
Published: 16 July 2013
References
1. Bhuvanagiri M, Schlitter AM, Hentze MW, Kulozik AE: NMD: RNA biology

meets human genetic medicine. Biochem J 2010, 430(3):365–377.
2. Hilleren P, Parker R: mRNA surveillance in eukaryotes: kinetic

proofreading of proper translation termination as assessed by mRNP
domain organization? RNA 1999, 5(6):711–719.

3. Holbrook JA, Neu-Yilik G, Hentze MW, Kulozik AE: Nonsense-mediated
decay approaches the clinic. Nat Genet 2004, 36(8):801–808.

4. Li S, Wilkinson MF: Nonsense surveillance in lymphocytes? Immun 1998,
8(2):135–141.

5. Frischmeyer PA, Dietz HC: Nonsense-mediated mRNA decay in health and
disease. Hum Mol Genet 1999, 8(10):1893–1900.

6. Blaschke RJ, Topfer C, Marchini A, Steinbeisser H, Janssen JW, Rappold GA:
Transcriptional and translational regulation of the Leri-Weill and Turner
syndrome homeobox gene SHOX. J Biol Chem 2003, 278(48):47820–47826.

7. Moriarty PM, Reddy CC, Maquat LE: Selenium deficiency reduces the
abundance of mRNA for Se-dependent glutathione peroxidase 1 by a
UGA-dependent mechanism likely to be nonsense codon-mediated
decay of cytoplasmic mRNA. Mol Cell Biol 1998, 18(5):2932–2939.

8. Hillman RT, Green RE, Brenner SE: An unappreciated role for RNA
surveillance. Genome Biol 2004, 5(2):R8.

9. Rebbapragada I, Lykke-Andersen J: Execution of nonsense-mediated
mRNA decay: what defines a substrate? Curr Opin Cell Biol 2009,
21(3):394–402.

10. Bruno IG, Karam R, Huang L, Bhardwaj A, Lou CH, Shum EY, Song HW,
Corbett MA, Gifford WD, Gecz J, et al: Identification of a microRNA that
activates gene expression by repressing nonsense-mediated RNA decay.
Mol Cell 2011, 42(4):500–510.

11. Lewis BP, Green RE, Brenner SE: Evidence for the widespread coupling of
alternative splicing and nonsense-mediated mRNA decay in humans.
Proc Natl Acad Sci USA 2003, 100(1):189–192.

12. Lee CJ, Irizarry K: Alternative splicing in the nervous system: an emerging
source of diversity and regulation. Biol Psychiatry 2003, 54(8):771–776.

13. Lykke-Andersen J: mRNA quality control: Marking the message for life or
death. Curr Biol 2001, 11(3):R88–91.

14. Matlin AJ, Clark F, Smith CW: Understanding alternative splicing: towards
a cellular code. Nat Rev Mol Cell Biol 2005, 6(5):386–398.

15. Pan Q, Shai O, Lee LJ, Frey BJ, Blencowe BJ: Deep surveying of alternative
splicing complexity in the human transcriptome by high-throughput
sequencing. Nat Genet 2008, 40(12):1413–1415.

16. Chan WK, Huang L, Gudikote JP, Chang YF, Imam JS, MacLean JA 2nd,
Wilkinson MF: An alternative branch of the nonsense-mediated decay
pathway. EMBO J 2007, 26(7):1820–1830.

17. Saltzman AL, Pan Q, Blencowe BJ: Regulation of alternative splicing by the
core spliceosomal machinery. Genes Dev 2011, 25(4):373–384.

18. McIlwain DR, Pan Q, Reilly PT, Elia AJ, McCracken S, Wakeham AC, Itie-Youten A,
Blencowe BJ, Mak TW: Smg1 is required for embryogenesis and regulates
diverse genes via alternative splicing coupled to nonsense-mediated mRNA
decay. Proc Natl Acad Sci USA 2010, 107(27):12186–12191.
19. Kringelbach ML, Jenkinson N, Owen SL, Aziz TZ: Translational principles of
deep brain stimulation. Nat Rev Neurosci 2007, 8(8):623–635.

20. Fahn S: Description of Parkinson’s disease as a clinical syndrome. Ann N Y
Acad Sci 2003, 991:1–14.

21. Hoehn MM, Yahr MD: Parkinsonism: onset, progression and mortality.
Neurol 1967, 17(5):427–442.

22. Deuschl G, Schade-Brittinger C, Krack P, Volkmann J, Schafer H, Botzel K,
Daniels C, Deutschlander A, Dillmann U, Eisner W, et al: A randomized trial
of deep-brain stimulation for Parkinson’s disease. N Engl J Med 2006,
355(9):896–908.

23. Pollak P, Fraix V, Krack P, Moro E, Mendes A, Chabardes S, Koudsie A,
Benabid AL: Treatment results: Parkinson’s disease. Mov Disord 2002,
17(S3):S75–S83.

24. Hawkes CH, Del Tredici K, Braak H: A timeline for Parkinson’s disease.
Parkinsonism Relat Disord 2010, 16(2):79–84.

25. Braak H, Del Tredici K: Invited Article: Nervous system pathology in
sporadic Parkinson disease. Neurol 2008, 70(20):1916–1925.

26. Obeso JA, Rodriguez-Oroz MC, Goetz CG, Marin C, Kordower JH, Rodriguez
M, Hirsch EC, Farrer M, Schapira AH, Halliday G: Missing pieces in the
Parkinson’s disease puzzle. Nat Med 2010, 16(6):653–661.

27. Scherzer CR, Eklund AC, Morse LJ, Liao Z, Locascio JJ, Fefer D, Schwarzschild
MA, Schlossmacher MG, Hauser MA, Vance JM, et al: Molecular markers of
early Parkinson’s disease based on gene expression in blood. Proc Natl
Acad Sci USA 2007, 104(3):955–960.

28. Molochnikov L, Rabey JM, Dobronevsky E, Bonucelli U, Ceravolo R, Frosini D,
Grunblatt E, Riederer P, Jacob C, Aharon-Peretz J, et al: A molecular
signature in blood identifies early Parkinson’s disease. Mol Neurodegener
2012, 7:26.

29. Martins M, Rosa A, Guedes LC, Fonseca BV, Gotovac K, Violante S, Mestre T,
Coelho M, Rosa MM, Martin ER, et al: Convergence of miRNA expression
profiling, alpha-synuclein interacton and GWAS in Parkinson’s disease.
PLoS One 2011, 6(10):e25443.

30. Buttarelli FR, Fanciulli A, Pellicano C, Pontieri FE: The dopaminergic system
in peripheral blood lymphocytes: from physiology to pharmacology and
potential applications to neuropsychiatric disorders. Curr Neuropharmacol
2011, 9(2):278–288.

31. Blake CI, Spitz E, Leehey M, Hoffer BJ, Boyson SJ: Platelet mitochondrial
respiratory chain function in Parkinson’s disease. Mov Disord 1997,
12(1):3–8.

32. Krige D, Carroll MT, Cooper JM, Marsden CD, Schapira AH: Platelet
mitochondrial function in Parkinson’s disease. The Royal Kings and Queens
Parkinson Disease Research Group. Ann Neurol 1992, 32(6):782–788.

33. Soreq L, Bergman H, Israel Z, Soreq H: Exon Arrays Reveal Alternative Splicing
Aberrations in Parkinson’s Disease Leukocytes. Neurodegener Dis 2011.

34. Shehadeh LA, Yu K, Wang L, Guevara A, Singer C, Vance J, Papapetropoulos
S: SRRM2, a potential blood biomarker revealing high alternative splicing
in Parkinson’s disease. PLoS One 2010, 5(2):e9104.

35. Soreq L, Bergman H, Goll Y, Greenberg DS, Israel Z, Soreq H: Deep brain
stimulation induces rapidly reversible transcript changes in Parkinson’s
leukocytes. J Cell Mol Med 2011.

36. Soreq L, Salomonis N, Bronstein M, Greenberg DS, Israel Z, Bergman H,
Soreq H: Small RNA sequencing-microarray analyses in Parkinson
leukocytes reveal deep brain stimulation-induced splicing changes that
classify brain region transcriptomes. Front Mol Neurosci 2013, 6:10.

37. Sharp FR, Jickling GC, Stamova B, Tian Y, Zhan X, Liu D, Kuczynski B, Cox CD,
Ander BP: Molecular markers and mechanisms of stroke: RNA studies of
blood in animals and humans. J Cereb Blood Flow Metab 2011,
31(7):1513–1531.

38. de Wit MC, Lequin MH, de Coo IF, Brusse E, Halley DJ, van de Graaf R,
Schot R, Verheijen FW, Mancini GM: Cortical brain malformations: effect of
clinical, neuroradiological, and modern genetic classification. Arch Neurol
2008, 65(3):358–366.

39. Yang IV, Wade CM, Kang HM, Alper S, Rutledge H, Lackford B, Eskin E, Daly
MJ, Schwartz DA: Identification of novel genes that mediate innate
immunity using inbred mice. Genet 2009, 183(4):1535–1544.

40. Hosack DA, Dennis G Jr, Sherman BT, Lane HC, Lempicki RA: Identifying
biological themes within lists of genes with EASE. Genome Biol 2003,
4(10):R70.

41. Ayala YM, Laura De Conti S, Vázquez AD, Romano M, D’Ambrogio A,
Tollervey J, Ule J, Baralle M, Buratti E, Baralle FE: TDP-43 regulates its mRNA
levels through a negative feedback loop. EMBO J 2010, 30(2):277–288.



Soreq et al. BMC Genomics 2013, 14:478 Page 14 of 14
http://www.biomedcentral.com/1471-2164/14/478
42. Purdom E, Simpson KM, Robinson MD, Conboy JG, Lapuk AV, Speed TP:
FIRMA: a method for detection of alternative splicing from exon array
data. Bioinformatics 2008, 24(15):1707–1714.

43. Morales-Garcia JA, Redondo M, Alonso-Gil S, Gil C, Perez C, Martinez A,
Santos A, Perez-Castillo A: Phosphodiesterase 7 inhibition preserves
dopaminergic neurons in cellular and rodent models of Parkinson
disease. PLoS One 2011, 6(2):e17240.

44. Szponar A, Kovacs G: Expression of KRT7 and WT1 differentiates precursor
lesions of Wilms’ tumours from those of papillary renal cell tumours and
mucinous tubular and spindle cell carcinomas. Virchows Arch 2012.

45. Brouckaert P, Libert C: Differential response of a (2)-macroglobulin-deficient
mice in models of lethal TNF-induced inflammation. Eur Cytokine Netw 2001,
11(4):597–601.

46. Massabeau C, Sigal-Zafrani B, Belin L, Savignoni A, Richardson M, Kirova YM,
Cohen-Jonathan-Moyal E, Megnin-Chanet F, Hall J, Fourquet A: The
fibroblast growth factor receptor 1 (FGFR1), a marker of response to
chemoradiotherapy in breast cancer? Breast Cancer Res Treat 2012.

47. Dennis G Jr, Sherman BT, Hosack DA, Yang J, Gao W, Lane HC, Lempicki RA:
DAVID: Database for Annotation, Visualization, and Integrated Discovery.
Genome Biol 2003, 4(5):P3.

48. Soreq L, Ben-Shaul Y, Israel Z, Bergman H, Soreq H: Meta-analysis of
genetic and environmental Parkinson’s disease models reveals a
common role of mitochondrial protection pathways. Neurobiol Dis 2012,
45(3):1018–1030.

49. Moran LB, Graeber MB: Towards a pathway definition of Parkinson’s
disease: a complex disorder with links to cancer, diabetes and
inflammation. Neurogenet 2008, 9(1):1–13.

50. Lareau LF, Green RE, Bhatnagar RS, Brenner SE: The evolving roles of
alternative splicing. Curr Opin Struct Biol 2004, 14(3):273–282.

51. Morrison M, Harris KS, Roth MB: smg mutants affect the expression of
alternatively spliced SR protein mRNAs in Caenorhabditis elegans.
Proc Natl Acad Sci USA 1997, 94(18):9782–9785.

52. Vilardell J, Chartrand P, Singer RH, Warner JR: The odyssey of a regulated
transcript. RNA 2000, 6(12):1773–1780.

53. Hilleren P, Parker R: Mechanisms of mRNA surveillance in eukaryotes.
Annu Rev Genet 1999, 33:229–260.

54. Chang JC, Kan YW: beta 0 thalassemia, a nonsense mutation in man. Proc
Natl Acad Sci USA 1979, 76(6):2886–2889.

55. Huang L, Wilkinson MF: Regulation of nonsense-mediated mRNA decay.
Wiley Interdiscip Rev RNA 2012.

56. Ochs MJ, Sorg BL, Pufahl L, Grez M, Suess B, Steinhilber D: Post-
Transcriptional Regulation of 5-Lipoxygenase mRNA Expression via
Alternative Splicing and Nonsense-Mediated mRNA Decay. PLoS One
2012, 7(2):e31363.

57. Pan Q, Saltzman AL, Kim YK, Misquitta C, Shai O, Maquat LE, Frey BJ,
Blencowe BJ: Quantitative microarray profiling provides evidence against
widespread coupling of alternative splicing with nonsense-mediated
mRNA decay to control gene expression. Genes Dev 2006, 20(2):153–158.

58. Tanner CM, Goldman SM: Epidemiology of Parkinson’s disease.
Neurol Clin 1996, 14(2):317–335.

59. Dorsey ER, Constantinescu R, Thompson JP, Biglan KM, Holloway RG,
Kieburtz K, Marshall FJ, Ravina BM, Schifitto G, Siderowf A, et al: Projected
number of people with Parkinson disease in the most populous nations,
2005 through 2030. Neurol 2007, 68(5):384–386.

60. Cooper TA, Wan L, Dreyfuss G: RNA and disease. Cell 2009, 136(4):777–793.
61. Licatalosi DD, Darnell RB: Splicing regulation in neurologic disease.

Neuron 2006, 52(1):93–101.
62. Lefebvre S, Burglen L, Reboullet S, Clermont O, Burlet P, Viollet L, Benichou B,

Cruaud C, Millasseau P, Zeviani M, et al: Identification and
characterization of a spinal muscular atrophy-determining gene.
Cell 1995, 80(1):155–165.

63. Zhang Z, Lotti F, Dittmar K, Younis I, Wan L, Kasim M, Dreyfuss G: SMN
deficiency causes tissue-specific perturbations in the repertoire of
snRNAs and widespread defects in splicing. Cell 2008, 133(4):585–600.

64. Kabashi E, Valdmanis PN, Dion P, Spiegelman D, McConkey BJ, Vande Velde
C, Bouchard JP, Lacomblez L, Pochigaeva K, Salachas F, et al: TARDBP
mutations in individuals with sporadic and familial amyotrophic lateral
sclerosis. Nat Genet 2008, 40(5):572–574.

65. Sreedharan J, Blair IP, Tripathi VB, Hu X, Vance C, Rogelj B, Ackerley S,
Durnall JC, Williams KL, Buratti E, et al: TDP-43 mutations in familial and
sporadic amyotrophic lateral sclerosis. Sci 2008, 319(5870):1668–1672.
66. Vance C, Rogelj B, Hortobagyi T, De Vos KJ, Nishimura AL, Sreedharan J,
Hu X, Smith B, Ruddy D, Wright P, et al: Mutations in FUS, an RNA
processing protein, cause familial amyotrophic lateral sclerosis type 6.
Sci 2009, 323(5918):1208–1211.

67. Zhang C, Frias MA, Mele A, Ruggiu M, Eom T, Marney CB, Wang H,
Licatalosi DD, Fak JJ, Darnell RB: Integrative modeling defines the Nova
splicing-regulatory network and its combinatorial controls. Sci 2010,
329(5990):439–443.

68. Du H, Cline MS, Osborne RJ, Tuttle DL, Clark TA, Donohue JP, Hall MP, Shiue
L, Swanson MS, Thornton CA, et al: Aberrant alternative splicing and
extracellular matrix gene expression in mouse models of myotonic
dystrophy. Nat Struct Mol Biol 2010, 17(2):187–193.

69. Liu N, Landreh M, Cao K, Abe M, Hendriks GJ, Kennerdell JR, Zhu Y, Wang
LS, Bonini NM: The microRNA miR-34 modulates ageing and
neurodegeneration in Drosophila. Nat 2012, 482(7386):519–523.

70. Broadway JM, Holtzheimer PE, Hilimire MR, Parks NA, Devylder JE, Mayberg HS,
Corballis PM: Frontal Theta Cordance Predicts 6-Month Antidepressant
Response to Subcallosal Cingulate Deep Brain Stimulation for Treatment-
Resistant Depression: A Pilot Study. Neuropsychopharmacology 2012.

71. Ray CD, Burton CV: Deep brain stimulation for severe, chronic pain.
Acta Neurochir Suppl 1980, 30:289–293.

72. Bergman H, Wichmann T, DeLong MR: Reversal of experimental
parkinsonism by lesions of the subthalamic nucleus. Sci 1990,
249(4975):1436–1438.

73. Hubble JP, Busenbark KL, Wilkinson S, Penn RD, Lyons K, Koller WC: Deep
brain stimulation for essential tremor. Neurol 1996, 46(4):1150–1153.

74. Krauss JK: Deep brain stimulation for cervical dystonia. J Neurol Neurosurg
Psychiatry 2003, 74(11):1598.

75. Aouizerate B, Martin-Guehl C, Cuny E, Guehl D, Amieva H, Benazzouz A,
Fabrigoule C, Bioulac B, Tignol J, Burbaud P: Deep brain stimulation for
OCD and major depression. Am J Psychiatry 2005, 162(11):2192.

76. Malone DA Jr, Pandya MM: Behavioral neurosurgery. Adv Neurol 2006,
99:241–247.

77. Soreq L, Bergman H, Goll Y, Greenberg DS, Israel Z, Soreq H: Deep brain
stimulation induces rapidly reversible transcript changes in Parkinson’s
leucocytes. J Cell Mol Med 2012, 16(7):1496–1507.

78. Clark TA, Sugnet CW, Ares M: Genomewide analysis of mRNA processing
in yeast using splicing-specific microarrays. Sci 2002, 296(5569):907.

79. Srinivasan K, Shiue L, Hayes JD, Centers R, Fitzwater S, Loewen R,
Edmondson LR, Bryant J, Smith M, Rommelfanger C: Detection and
measurement of alternative splicing using splicing-sensitive microarrays.
Methods 2005, 37(4):345–359.

80. da Huang W, Sherman BT, Lempicki RA: Systematic and integrative
analysis of large gene lists using DAVID bioinformatics resources. Nat
Protoc 2009, 4(1):44–57.

81. da Huang W, Sherman BT, Lempicki RA: Bioinformatics enrichment tools:
paths toward the comprehensive functional analysis of large gene lists.
Nucleic Acids Res 2009, 37(1):1–13.

82. Harris MA, Clark J, Ireland A, Lomax J, Ashburner M, Foulger R, Eilbeck K, Lewis
S, Marshall B, Mungall C, et al: The Gene Ontology (GO) database and
informatics resource. Nucleic Acids Res 2004, 32(Database issue):D258–261.

83. Kanehisa M: The KEGG database. Novartis Found Symp 2002, 247:91–101.
discussion 101–103, 119–128, 244–152.

84. McMillan LE, Martin AC: Automatically extracting functionally equivalent
proteins from SwissProt. BMC Bioinforma 2008, 9:418.

85. Apweiler R, Attwood TK, Bairoch A, Bateman A, Birney E, Biswas M, Bucher P,
Cerutti L, Corpet F, Croning MD, et al: The InterPro database, an
integrated documentation resource for protein families, domains and
functional sites. Nucleic Acids Res 2001, 29(1):37–40.

doi:10.1186/1471-2164-14-478
Cite this article as: Soreq et al.: Deep brain stimulation modulates
nonsense-mediated RNA decay in Parkinson’s patients leukocytes. BMC
Genomics 2013 14:478.


	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	AS events in blood mRNA from mixed early and advanced PD patients induce a small number of NMD events
	AS-triggered NMD events in advanced PD leukocytes as compared with healthy controls
	DBS stimulation-induced AS changes in PD patients leukocytes predicted to yield NMD
	The DBS-induced NMD/AS changes are rapidly modifiable and electrical stimulation-dependent
	NMD/AS events alter functional features both with disease progression and under DBS

	Discussion
	Conclusions
	Methods
	Independent PD whole blood microarray cohort
	Patient and controls recruitment, DBS neurosurgery and clinical evaluation
	Probe-set summation
	Exon-level alternative splicing analysis
	Pathway analysis
	Availability of supporting data

	Additional files
	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


