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Abstract

Background: Behavioral variant frontotemporal dementia usually presents with behavioral and personality changes,
social disinhibition, apathy, and lack of empathy, and is characterized by atrophy of the frontal and temporal lobes.
Corticobasal syndrome is characterized by asymmetrical involuntary movements, rigidity, apraxia, tremor, dystonia,
and cortical sensory deficits.

Objective: We present the case of a 59-year-old patient with a frontotemporal presentation and parkinsonism linked to
progranulin gene deletion. We also report the clinical workup needed to reach the diagnosis.

Methods: Clinical, neuropsychological, computed tomography, magnetic resonance imaging, '°F-fluorodeoxyglucose and
'8F-Flutemetamol positron emission tomography (PET), dopamine-transporter-single-photon emission computed tomog-
raphy imaging, electroencephalography, and genetic evaluations were conducted.

Results: Our patient presented initially with executive and mnesic deficits along with the presence of apathy and loss of
autonomy. Subsequently the cognitive deficits became associated with parkinsonian-like movement disorders and apraxia.
Structural images showed right onset temporal and insular atrophy, and the PET images demonstrated right frontotem-
poral hypometabolism and the absence of amyloid in the cortex. The molecular analysis revealed a heterozygous deletion
c.813_816delCACT on the GRN gene. This variant has been reported in the literature as pathogenic and associated with
autosomal dominant frontotemporal dementia and corticobasal degeneration. Our patient presented different clinical fea-
tures than those of the members of the families already described. In these families, some patients either presented imme-
diately with motor syndrome with extrapyramidal features, or never developed extrapyramidal signs. Some subjects
presented prevalent language dysfunction while others never presented memory disorders.

Conclusions: The clinical case highlights the phenotypic variability of this entity.
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Alzheimer’s disease, corticobasal syndrome, frontotemporal lobar degeneration, magnetic resonance, neurodegenerative
diseases, PET scan, TREDEM

Received: 18 July 2024; accepted: 4 November 2024

'Cognitive Impairment Center, Local Health Authority n.2 Marca Department of Neurosciences, Biomedicine, and Movement Sciences,
Trevigiana, Treviso, Italy University of Verona, Verona, Italy

2Associazione Alzheimer Treviso ODV, Treviso, Italy "Division of Neurology V, Fondazione IRCCS Istituto Neurologico Carlo
3*Neuroradiology Unit, Local Health Authority n.2 Marca Trevigiana, Besta, Milan, Italy

Treviso, Italy

*Nuclear Medicine Unit, Local Health Authority n.2 Marca Trevigiana, Corresponding author:

Treviso, Italy Maurizio Gallucci, Cognitive Impairment Center, Local Health Authority
*Medical Genetics Unit, Local Health Authority n.2 Marca Trevigiana, n.2 Marca Trevigiana, Treviso, Italy.

Treviso, Italy Email: galluccimaurizio@gmail.com

@ @ @ Creative Commons Non Commercial CC BY-NC: This article is distributed under the terms of the Creative Commons Attribution-

NonCommercial 4.0 License (https:/creativecommons.org/licenses/by-nc/4.0/) which permits non-commercial use, reproduction and
distribution of the work without further permission provided the original work is attributed as specified on the SAGE and Open Access page (https:/uk.
sagepub.com/en-gb/eur/open-access-at-sage).


https://orcid.org/0000-0001-6329-3195
https://orcid.org/0000-0002-2171-1720
mailto:galluccimaurizio@gmail.com
https://creativecommons.org/licenses/by-nc/4.0/
https://creativecommons.org/licenses/by-nc/4.0/
https://uk.sagepub.com/en-gb/eur/open-access-at-sage
https://uk.sagepub.com/en-gb/eur/open-access-at-sage
https://uk.sagepub.com/en-gb/eur/open-access-at-sage
https://uk.sagepub.com/en-gb/eur/journals-permissions
https://journals.sagepub.com/home/alr

1650

Journal of Alzheimer’s Disease Reports

Introduction

Frontotemporal lobar degeneration (FTLD) encompasses
highly diverse clinical manifestations characterized by
atrophy of the frontal and temporal lobes." It is associated
with different neuropathological substrates which affect
these same areas and produce neuronal cell death and
gliosis.”> The current neuropathological classification is
based on the predominant protein abnormality and allows
most cases of frontotemporal dementia (FTD) to be
placed into one of three broad molecular subgroups: fronto-
temporal lobar degeneration with tau-positive inclusions
(FTLD-tau), frontotemporal lobar degeneration with
TDP-43-positive inclusions (FTLD-TDP), and frontotem-
poral lobar degeneration with FET-positive inclusions
(FTLD-FET).?

FTLD clinical presentation includes: behavioral variant
frontotemporal dementia (bvFTD), nonfluent/agrammatic
variant primary progressive aphasia (nfvPPA), and seman-
tic variant primary progressive aphasia (svPPA).> bvFTD
usually presents with changes in behavior and personality,
social disinhibition, apathy, and lack of empathy.z’3 PPA
variants, instead, consist of various language disorders.>
FTLD represents the third most common form of neurode-
generative dementia after Alzheimer’s disease (AD) and
dementia with Lewy body (DLB), and affects men and
women equally.* The typical age of onset is between 45
and 65 years.*’

In magnetic resonance imaging (MRI), FTD usually pre-
sents with atrophy in frontal and temporal lobes, insula, and
anterior cingulate cortex.® Positron emission tomography
with '®F-fluorodeoxyglucose tracer (‘*F-FDG PET) typic-
ally shows hypometabolism in the orbitofrontal cortex,
anterior temporal poles, and basal ganglia.®

Over half of FTD cases are sporadic, but up to 40% of
cases have a family history of dementia, with at least 10%
of cases having an autosomal dominant pattern. The three
most common genes associated with FTD are a hexanucleo-
tide repeat, GGGGCC, in chromosome 9 (C9ORF72),
Microtubule Associated Protein Tau (MAPT) and
Progranulin (GRN) gene.”

Corticobasal syndrome (CBS) is characterized by asym-
metrical involuntary movements, rigidity, apraxia, tremor,
dystonia, alien limb phenomena, myoclonus, and cortical
sensory deficits. CBS is associated with several distinct his-
topathologies, which share the presence of tauopathy,
including corticobasal degeneration (CBD), AD, and other
forms of FTLD-tau.”

CBS was first described in 1967 and 1968, when Rebeiz
et al.®? reported the clinical and neuropathological features
of three patients with a syndrome they called “corticodenta-
tonigral degeneration with neuronal acromasia”. Gibb and
Marsden coined the term CBD in 1989.'° The clinical fea-
tures described by Rebeiz et al. were associated with differ-
ent neuropathological phenotypes. Consequently, two

distinct terms were adopted: CBD, in which the patho-
logical findings described by Rebeiz et al. are present, and
CBS, which refers to the clinical phenotype independent
of the underlying histopathology.’

The present paper reports the case of a patient with a
frontotemporal presentation and parkinsonism linked to a
deletion in progranulin gene, along with the clinical
workup needed to reach the diagnosis.

Case presentation

A 59-year-old right-handed man, a retired paper mill
worker, was referred to the Treviso Cognitive Impairment
Center (TCIC) in October 2018 complaining of amnesic
deficits, such as not remembering where he stored objects,
and of temporal disorientation, over the course of a
couple of years. He had completed 8 years of schooling.
Currently living with his wife, he had a son and a daughter.
He consumed wine occasionally and had never smoked.

A diagnosis of dementia was reported in a brother
(FTD), in the mother (AD), in two maternal aunts and in
two cousins, that is, the sons of one of the aunts affected.
He suffered from arterial hypertension, glycemic intoler-
ance, mild hypercholesterolemia, hypertensive heart
disease and obstructive sleep apnea for which he benefited
from a continuous positive airway pressure (CPAP)
machine at night. He was on therapy with Irbesartan/hydro-
chlorothiazide 150/12.5 mg 1 tablet a day and with a hypo-
glycemic diet.

His wife also reported that the patient appeared listless,
and often complained of feeling tired over the last two
years; he also appeared more distracted than in the past
and showed some difficulties in judgment. Changes in
routine activities, abulia, inactivity, asthenia, were reported.
He also needed assistance with some activities of daily
living.

A brain MRI, performed on December 29, 2017, before
the patient was referred to the TCIC, showed a substantially
normal brain morphology (Figure 1).

Upon physical examination, the patient was alert and
cooperative. No apparent visual field deficits were detected;
his pupils were isocyclic, isochoric; ocular movements were
normal. No asymmetries of the face were detectable. The
palatal velum was in axis and the tongue midlined and pro-
trusible. Osteo-tendon reflexes and overall neurological
examination were normal. The patient was overweight
with a body mass index (BMI) of 33.9.

A first neuropsychological evaluation was carried out on
October 23, 2018, and showed deficits in executive and
mnesic functions (Table 1) along with the presence of
apathy and loss of autonomy.

On November 8, 2018, the patient underwent a BE_FDG
PET showing moderate-severe reduced glucose metabolism
in the right frontal and temporal cortex and slight reduction
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Figure |. The first MRI study (December 29, 2017) is illustrated by the images above (al-a3) while the second study (December |7,
2018) produced the images below (b1-b3). (al, bl, axial sections; a2, b2, coronal sections; a3, b3 sagittal sections). Structural MRI T1
and T2 weighted sequences reported a substantially normal brain morphology in the first study and the appearing of right hippocampus,
mesial temporal area, and insular region atrophy (bl, b2) in the second study. Very mild gliotic alterations within the hemispheres’ white

matter were also detected.

in the right inferior parietal, precuneus and posterior cingu-
late cortex (Figure 2). Hypometabolism of the head of the
caudate and thalamus on the right side was also noted.

A second brain MRI, performed on December 17, 2018,
showed onset of mild right temporal and insular atrophy
along with mild gliotic alterations within the hemispheres’
white matter (Figure 1; bl, b2).

As early onset AD was suspected, an amyloid
Flutemetamol (‘*F) PET was performed on April 19,
2019, which did not show an uptake of the amyloid tracer
at the level of the cerebral cortex (Figure 3).

The patient refused lumbar puncture for assay of CSF
markers for AD.

The patient performed a second neuropsychological
examination on June 28, 2019 after worsening mnesic and
behavioral disorders had been reported. There were deficits
in memory, language, constructional apraxia, executive
functions, and reasoning-problem solving (Table 1), as
well as significant alterations in behavior such as abulia,
apathy, hyperorality, perseverative attitudes and verbal
disinhibition.

The temporal and insular atrophy on MRI, the right
frontal and temporal cortex hypometabolism on '*F-FDG
PET, the cognitive deficits and behavioral disorders on
neuropsychological assessments and the absence of the
amyloid tracer at the level of the cerebral cortex suggested,
in June 2019, a phenotype belonging to the FTLD spectrum.

The physical examination was still normal in January
2019, while in June 2019 there was the onset of slight left
hand tremor, and in September 2019 there was mild extra-
pyramidal hypertonus in the left arm.

At the follow-up evaluation in December 2020, the
patient showed very impoverished speech, almost mute, a
slow and insecure gait, loss of facial expression, slowness
and rigidity in movements especially in the left limbs, cog-
wheeling in the left arm, left hand tremor at rest and some-
times in the right hand. The patient also appeared unable to
understand and perform some maneuvers that the examiner
suggested to him, such as eye movements and cerebellar
tests, most probably due to apraxia. Global cognitive per-
formance appeared to worsen (Mini-Mental State
Examination score 12/30). Levodopa/Carbidopa 100/25 d
three times a day was initiated with minimal benefit in
terms of rigidity.

On December 22, 2020, the patient underwent a second
control '"®F-FDG PET showing an accentuation of the
reduced glucose metabolism in the frontal and temporal
cortex and inferior parietal, precuneus and posterior cingulate
cortex bilaterally with a prevalence on the right (Figure 1).
Hypometabolism of the basal ganglia and of the thalami,
with a predominance on the right side, was also noted.

In April 2021, the patient displayed further deterioration
including muteness, ideomotor apraxia, a slower gait con-
ducted with small steps and slightly dragging the left leg.
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Table . Neuropsychological evaluations. The table shows the patient’s performance on tests of memory, attention, language,
constructional apraxia, ideomotor apraxia, visual perception, executive functions, and the comprehensive neuropsychiatric profile (raw
scores, corrected scores, and cut-off values are reported). While the first neuropsychological assessment showed a deficit only in
memory (RAVLT) and executive functions (FAB), the second one highlighted deficit in memory (RAVLT, Visuo-Spatial Span), language
(token test and phonemic verbal fluency), constructional apraxia (Design copy test), executive functions (Clock Drawing Test, TMT A,

FAB) and reasoning and problem solving (Verbal Judgement Test, Raven CPM).

First evaluation

Second evaluation

(October 2018) (June 2019)
Neuropsychological Cut-Off
test Raw score Corrected score Raw score Corrected score Cognitive Domain
MMSE"! 23 22.97 >23.80 19 18.97 General Cognitive
CDR'" I NA. 0.5 2 N.A. Abilities
RAVLT '3 IR=29 DR=4 IR=29.7 DR=4.2 |IR>2853 DR> IR=2|1 DR=0 IR=21.7 DR=0.2 Memory
4.69
Digit Span'* 5 5 >3,75 5 5
Visuo-Spatial Span'* 4 3.75 (Z=-1.02) -1.5<Z<1.5 3 2.75 (Z=-2.04)
Short-':l'»‘l*.‘ory Memory 10 9.5 (Z=-0.64) -1.5<Z<1.5 85 8 (Z=-1.04)
Test
Attentive Matrices '* 53 48.5. (Z=0.30) -1.5<Z<I.5 39 345 (Z=-1.30) Attention
Phonemic Verbal 19 21 >17.35 I 13 Language
Fluency Test'®
Semantic Verbal 11.75 10.75 >7.25 9 8
Fluency Test'®
Token Test'* 29.5 28.75 >26.5 25.5 24.75
Design Copy Test'® 8 8.3 (Z=-4.95) -1.5<Z<1.5 2 23 (Z=-5.149) Constructional
Praxia
Ideomotor Apraxia * - 20/20 N.A. Ideomotor Praxia
Test '
Clock Drawing 7/10 N.A. 6/10 4/10 N.A. Executive
Test'® Functions
Cognitive Estimation 5/5 N.A. 4/5 5/5 N.A.
Test'®
TMT - A" 45s 32s <94s 107 s 94
TMT -B" N.E. <283s N.E.
FAB'® 12/18 12.1 (Z=-5.75) -1.5<Z<15 10/18 10.1 (Z=-8.25)
Tower of London'?  * - N.E.
Verbal Judgement * - -1.5<Z<1.5 27/60 25/60 (Z=-3.80) Reasoning —
Test' Problem solving
Raven CPM'* * - -1.5<Z<15 15/36 15.8 (Z=-2.29)
NPI FxG?° 12 N.A. N.A. 32 N.A. Neuropsychiatric
Profile
ADL?* 5/6 N.A. 5/6 N.A. Personal
Autonomy
IADL *? 2/5 N.A. 2/5 N.A.

ADL: activities of daily living; CDR: Clinical Dementia Rating; CPM: Coloured Progressive Matrices; DR: delayed recall; FAB: Frontal Assessment Battery;
IADL: instrumental activities of daily living; IR: immediate recall; MMSE: Mini-Mental State Examination; N.A.: not applicable; N.E.: not executable because
the patient could not understand the rule of the task; NPI: Neuropsychiatric Inventory; RAVLT: Rey-Auditory Verbal Learning Test; TMT: Trial Making Test.

Scores outside the normal range are shown in bold.
* test not administered at that stage

Given the reported family history of dementia in the
patient’s blood relatives, a deep molecular analysis was
undertaken in May 2021 by next-generation sequencing
to investigate the presence of genetic lesions associated
with most common mendelian degenerative and vascular
dementias.

In order to acquire control structural brain images three
years following the 2018 MRI, a brain computed tomog-
raphy (CT) was performed on June 11, 2021, as the

patient was no longer able to collaborate for a longer-
running instrumental examination such as MRI. The brain
CT showed a progression of subcortical atrophy, with ex
vacuo dilatation of the ventricular system. A cortical
atrophy, especially in the fronto-temporal area bilaterally,
was also noted (Figure 4).

In October 2021, the patient appeared to have further
deteriorated from a motor and praxis point of view. He
also presented clear weight loss.
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Figure 2. The first 18F-FDG PET study (November 8, 2018), illustrated by the images above (al-a7) showed a reduction in
radiopharmaceutical uptake in the frontal (a2-a4, a6, a7), temporal (al, aé), and inferior parietal cortex (a4-a6) on the right and in the
precuneus and posterior cingulate (a3, a4, aé) always on the right. The head of the right caudate and the right thalamus also showed a
reduction in radiopharmaceutical uptake (a2). The second '8F-FDG PET study (December 22, 2020), illustrated by the images below
(b1-b7), showed a clear worsening of the radiopharmaceutical uptake in the frontal (b2-b4, b6, b7), temporal (bl, b6é), and parietal
cortex (b4-b6), as well as in the precuneus and posterior cingulate predominantly on the right (b3, b4, b6, b7). The head of the caudate
and the right thalamus also showed a worsening of radiopharmaceutical uptake (b2).

A routine EEG analysis, performed on November 4,
2021, showed a tracing substantially in the normal range.

On November 11, 2021 the patient performed a
123Lioflupane dopamine transporter (DAT) single-photon
emission computed tomography (SPECT) which showed
a decreased concentration of the presynaptic tracer for the
dopaminergic system in the right caudate head and right
putamen (Figure 5); a DaTQUANT (see methods) semi-
quantitative evaluation was also performed (not shown).

The molecular analysis, performed in the meantime,
showed the presence of a heterozygous deletion
c.813_816delCACT on the GRN gene that causes the
replacement of Threonine with Serine at codon 272 and
the introduction of premature stop codon after ten amino
acids (p.272S£sX10).

This variant is reported in the literature as a pathogenic
autosomal dominant variant associated with frontotemporal
dementia and corticobasal degeneration.”>** The presence
in heterozygosity of the c¢.1093T>G variant on the
PSENI gene, which is predicted to result in the substitution
of the serine amino acid for alanine at codon 365
(p-S365A), was also detected. This variant is reported as a
rare variant of uncertain pathogenetic significance (VUS).
C90ORF72 analysis disclosed the absence of an expanded
allele.

Following the results of the molecular analyses, a clin-
ical genetics consultation was performed on December 2,
2021 to offer information, assistance and support regarding
the severe implications of an autosomal dominant neurode-
generative disease. Availability was offered to submit the
couple’s sons to genetic analysis to look for paternal
variant of GRN.

It was also communicated that, if they were to consent to
genetic testing, a psychological evaluation would be

required to assess the sons’ motivation and to ensure they
possessed the psychological resources necessary to
manage any potential pathological findings. A pedigree
was also performed (Figure 6).

In January 2022, the patient stopped walking and spent
his time either in bed or in an armchair. He needed continu-
ous assistance day and night. The care burden fell on the
wife and daughter and on a nurse who took care of complete
intimate hygiene once a week.

In December 2022, an interview was held with the
patient’s wife, as he was no longer able to be transported.

The patient was raised from bed and seated in a chair
three times a day. He was mute and had to be fed. He had
urinary and fecal incontinence. He no longer took any medi-
cine. He benefited from financial aid provided by the Italian
State for situations of serious disability.

The patient’s sons preferred not to undergo genetic
analysis.

Methods

Clinical, neuropsychological, CT, MRI, 8F_FDG PET,
DaT-SPECT imaging, electroencephalography (EEG), and
genetics evaluations, were conducted. The case presented
was a participant in the TREDEM Study and Registry
which was approved by the Treviso Province Ethics
Committee (protocol no. 42326 of April 10, 2015).

Neuropsychological evaluation

Neuropsychological evaluations were carried out at admis-
sion in October 2018, in June 2019 and then in December
2020. Psychometric test results are included in Table 1
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Figure 3. '®F-Flutemetamol PET scan did not disclose any amyloid tracer uptake at the level of the cerebral cortex.

Figure 4. The CT scan (June | I, 2021), with no contrast, showed frontal (al), mesial temporal (al, a2), and insular region atrophy. The
choroidal fissure was wide on the right due to hippocampal atrophy (a2).

(raw scores, corrected scores, and cut-offs) for the first two,
while for the third the patient’s conditions did not allow full
testing. The evaluation included the following tests:
Clinical Dementia Rating,12 Mini-Mental  State
Examination,'" Digit Span,'® Visuo-Spatial Span,'* Short
Story Memory Test,"* Rey-Auditory Verbal Learning Test
(RAVLT),13 Attentive Matrices,14 Semantic  and
Phonemic Verbal Fluencies,”’15 Token Test,14 Design
Copy Test,?® Ideomotor Apraxia,”® Clock Drawing Test,'
Cognitive Estimation Test,'> Trial Making Test (TMT) A
and B,17 Frontal Assessment Battery (FAB),18 Tower of
London,19 Verbal Judgement Test,14 Raven’s Progressive
Matrices,”’ and the Neuropsychiatric Inventory (NPI).%

Structural and nuclear medicine imaging

The CT scans were acquired with the volumetric scanner
EMOTION 6 Siemens. Section orientation was parallel to
the orbitomeatal plane. Sections on the same plane (time of
25,120 kV, 130 mA, section thickness of 5 mm, no intersec-
tion gap) covered the remaining brain from the inferior aspect
of the cerebellum to the vertex of the cranium.

The structural MRI scan was performed with 3-T
Magnetom 135 mT of gradients with 64 channels
(Siemens Magnetom Vida). T1, T2, and T2 FLAIR
weighted sequences were extracted.

The patient underwent two '*F-FDG PET brain scans
using a PET tomograph Discovery MI (General Electric
Healthcare). The CT scan was used for attenuation and
scatter correction with set voltage tuned to 120is. The
scan was obtained over 15 min, starting 60 min after i.v.
injection of 227 MBq. The images of the two scans were
only visually assessed.

The patient also underwent a PET brain scan with
'®E_Flutemetamol (Vizamil®), using a PET tomograph
Discovery MI (General Electric Healthcare). The
'8E_Flutemetamol study (Amyloid-p PET) was obtained
over 20 min starting 90 min after intravenous injection of
198 MBq. The images of the scan were visually assessed.

Moreover, to obtain the DaT-SPECT images, the patient
was administered two capsules of 200 mg of potassium per-
chlorate orally, approximately 1 h before the injection of
'23Lioflupane. The patient was administered 170 MBq of
'2Lioflupane intravenously, and SPECT imaging was
detected 3 h post-injection. Furthermore, a DaTQUANT
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Figure 5. The DaT-SPECT images (November |1, 2021) showed a decreased concentration of the presynaptic tracer for the
dopaminergic system in the right caudate head and right putamen. A DaTQUANT semi-quantitative evaluation was also performed (not

shown).

analysis, an adjunct processing tool with advanced quanti-
tative uptake methods and with a designated normals data-
base, was also performed (not shown) for a more accurate
assessment of a patient’s case.?*

Electroencephalography

EEG assessment was performed with nineteen Ag/AgCl
disk scalp electrodes placed according to the international
10-20 system, recorded EEG from Fpl, Fp2, Fz, F3, F4,
F7, F8, Cz, C3, C4, Pz, P3, P4, T3, T4, TS, T6, Ol, and
02. EEG activity was analyzed from single or multiple
leads grouped to define the following scalp regions: anterior
(Fz, Fp2, F7, Fpl, F3, F4, F8), central (Cz, C3, C4), poster-
ior (Pz, P3, P4, O1, O2), temporal (T3, T4, TS, T6), periph-
eral (Fpl, Fp2, F8, T4, T6, Ol1, 02, T3, TS, Fz), and internal
(F3, F4, Fz, C3, Cz, C4, P3, Pz, P4). Recordings were
obtained with the patient resting comfortably, with eyes
closed. Patient’s wakefulness was ascertained about every
2 min by inviting him to open his eyes and checking
block reactions. Electrodes to record the electrocardiogram
were also applied. EEG was acquired as a continuous signal
for 20 min and visually inspected for current clinical inter-
pretation or detection of artefacts.

Genetic analysis

Patient DNA was analyzed by massively parallel next-
generation sequencing (Next Generation Sequencing) on
PGM Ion Torrent platform using an Ampliseq panel includ-
ing disease genes most frequently associated with some
forms of neurodegenerative dementia (AD, FID,
Creutzfeldt-Jakob disease) and vascular dementia (cerebral

autosomal dominant arteriopathy with subcortical infarcts
and leukoencephalopathy, cerebral autosomal recessive
arteriopathy with subcortical infarcts and leukoencephalo-
pathy, cerebral amyloid angiopathy). The sequences
obtained were aligned to the Homo Sapiens hgl9 human
reference sequence and analyzed with reference to coding
regions and to the relevant flanking intronic regions.
Regions 100% covered with >20X read depth are consid-
ered valid for reporting. The method used allowed the ana-
lysis of 100% of the following genes: APP, CHMP2B, FUS,
GRN, MAPT, PLD3, PSENI, PSEN2, TARDBP, TBKI,
TUBA4A, VCP, and APOE.

PCR reagents were optimized for the amplification of the
C9ORF72 hexanucleotide repeats (AmplideX®PCR/CE
CI90RF72 Kit, Asuragen, Inc.).30 Amplicons were sized
using capillary electrophoresis (CE) on a CEQ8800
Genetic Analyzer (Beckman Coulter).

Results

Neuropsychological evaluation

The first evaluation (October 2018) (Table 1) showed a
deficit in memory (RAVLT) and in executive functions
(FAB). Apathy (NPI) and partial loss of autonomy in instru-
mental activities of daily living (IADL) were also detected.

The second evaluation (June 2019) (Table 1) highlighted
a deficit in memory (RAVLT, Visuo-Spatial Span), lan-
guage (Token test and Phonemic Verbal Fluency), con-
structional apraxia (Design copy test), executive functions
(Clock Drawing Test, TMT A, FAB) and reasoning-
problem solving (Verbal Judgement Test, Raven Coloured
Progressive Matrices). Concomitant alterations in behavior
such as abulia, apathy, hyperorality, perseverative attitudes,
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Figure 6. Family history revealed the diagnosis of dementia in the patient’s brother, in the mother, in two maternal aunts and two
cousins, both sons of one of the affected aunts (squares, males; circles, females; rhombus, gender unknown; oblique lines identify

deceased subjects).

verbal disinhibition and sometimes some visual hallucina-
tions (NPI) were also detected. His autonomy in daily
living activities became increasingly reduced.

During a further evaluation (December 2020, not shown)
the patient was basically mute and manifested alterations in
behavior including increased abulia, poor initiative, apathy,
and random non-purposeful activities. A reduction in appe-
tite, with reported weight loss of about twenty kilograms
and a tendency to retain food in his mouth for a long
time, was also reported by his wife.

At observation, amimic facies and ideomotor slowdown
were noted. He needed assistance in most activities
involved in personal care and in the instrumental activities
of daily living (ADL =2/6, IADL =0/5). Due to the diffi-
culties presented, it was not possible to carry out any neuro-
psychological tests.

Structural and nuclear medicine imaging

The first structural MRI T1 and T2 weighted sequences per-
formed on December 29, 2017, before the patient was
referred to the TCIC, showed a substantially normal brain
morphology (Figure 1).

The second brain MRI, performed on December 17,
2018, showed right temporal and insular atrophy and mild
aspects of cerebral vascular disease. The hippocampus
and the mesial temporal area appear fairly atrophic on the
right (Figure 1).

The first "®F-FDG PET study, performed on November
8, 2018, showed a reduction in radiopharmaceutical
uptake in the frontal, temporal, and inferior parietal cortex
on the right and in the precuneus and posterior cingulate

always on the right. The head of the caudate and the thal-
amus on the right side also showed a reduction in radiophar-
maceutical uptake (Figure 2).

The second 'F-FDG PET study (December 22, 2020)
showed a clear worsening of the reduction in radiopharma-
ceutical uptake in the frontal, temporal, and parietal cortex,
as well as in the precuneus and posterior cingulate, predom-
inantly on the right (Figure 2).

The '®F-Flutemetamol PET (April 19, 2019) scan
showed the absence of the amyloid tracer at the level of
the cerebral cortex (Figure 3).

The CT scan (June 11, 2021), with no contrast, showed
frontal, mesial temporal, and insular region atrophy. The
choroidal fissure was wide on the right due to hippocampal
atrophy.

The DaT-SPECT study (November 11, 2021) showed a
decreased concentration of the presynaptic tracer for the
dopaminergic system in the right caudate head and right
putamen.

Electroencephalography

The routine EEG analysis, performed on November 4,
2021, showed a tracing substantially in the normal range
with a posterior background rhythm around 10 Hz, stable,
bilateral, responsive along with bitemporal theta activity.

Genetic analysis

The molecular analysis revealed a heterozygous deletion
c.813_816delCACT on the GRN gene that causes the
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replacement of Threonine with Serine at codon 272 and the
introduction of premature stop codon after ten amino acids
(p.T272S1sX10) in progranulin (PGRN).

This mutation is foreseen to cause a loss of function, thus
adhering to the pathogenicity model validated for
FTLS-PGRN; it is reported in the literature as a pathogenic
variant associated with frontotemporal dementia and corti-
cobasal degeneration.”***

The analysis also identified c.1093T > G heterozygous
variant of the PSENI gene whose molecular lesions
represent the main cause of autosomal dominant AD. The
detected variant leads to the substitution of Serine at
codon 365 (p.Ser365Ala). This variant is reported in
gnomAD database (4.1 version) as a rare variant (MAF:
1,7*#10-5) of uncertain significance (VUS).31

C90ORF72 analysis did not disclose the presence of an
expanded allele. Considering the possible autosomal dom-
inant transmission of the genetic mutation found, a family
tree was built in collaboration with the clinical geneticist
(Figure 6).

Analysis of APOE was consistent with a €3/e2 genotype.

Discussion

It has been shown that some cases of frontotemporal
dementia and parkinsonism linked to chromosome 17
(FTDP-17) are caused by mutations in the MAPT gene,
located on chromosome 17 and encoding the
microtubule-associated protein tau. The pattern of inherit-
ance suggests autosomal dominant transmission. FTDP-17
caused by mutations in the tau gene has a wide range of
age of onset and several distinct clinical presentations.
Indeed, the clinical presentation may differ not only
between mutations, but also within the same mutation and
even within individual families involved.”>** The identifi-
cation of mutations in GRN, which cause ubiquitin-positive
FTD, explains why large families with FTD had not previ-
ously shown MAPT mutations.

Progranulin is a growth factor involved in the regulation
of multiple processes, such as development and inflamma-
tion, tissue remodeling, and wound repair.34*37

A progranulin mutation causing FTDP-17 and CBS has
been identified in two independent pedigrees.?* This is the
same variant found in our patient (presence in heterozygos-
ity of the deletion c.811_814delCTCA [alias c.813_816
CACT] on the GRN gene). It is a rare variant accounting
for 1.64% (four cases) of 243 FTLD cases analyzed by
Borroni et al.”?

This mutation in the gene for progranulin explains the
association of bv-FTLD with CBS, an entity known as
FTDP-17.%%

Both mutations in the MAPT and GRN genes (17q21.31)
are associated with highly variable clinical phenotypes.**

The ¢.1093T>G heterozygous variant on the PSENI
gene was found in a woman who presented with AD

symptoms at age 55, and was not present in her two
healthy siblings.*’

Insilico algorithms, used to predict the effects of this variant
on protein function (SIFT, Polyphen-2, LRT, MutationTaster,
MutationAssessor, FATHMM, PROVEAN, CADD,
REVEL, and Reve in the VarCards database), yielded conflict-
ing results.’' It was originally classified as possibly patho-
genic.47 In subsequent studies, it was described as most
likely having reduced penetrance*® and finally classified as
of uncertain significance.>'

However, in any case, the diagnosis of AD was excluded
because the '®F-Flutemetamol PET scan did not disclose
any amyloid tracer uptake at the level of the cerebral
cortex (Figure 3).

Two years before being referred to the TCIC, then at the
age of 57, our patient presented initially with executive and
mnesic deficits along with the presence of apathy and loss
of autonomy. Subsequently, about three years after the
first prodromal symptoms reported by his wife and one
year after the first visit to our center, the cognitive deficits
became associated with parkinsonian-like movement disor-
ders and apraxia.

The right-sided caudate head and the right thalamus
showed decreased uptake at "*FDG-PET on November 8,
2018, evidence that we interpreted as a sign of nigrostriatal
degeneration likely explaining the later onset of
parkinsonian-type movement disorders.

In our patient, the diagnostic criteria for bv-FTLD and
CBS were both met.**-*°

Our patient presented different clinical features than
those of the members of the two families described by
Benussi.>* In the FAM047 family (5 affected members),
patient III:3 and III: 14 immediately presented a motor syn-
drome with extrapyramidal features leading to a diagnosis
of CBS. Patient III:2 never developed extrapyramidal
signs. Patients III:11 and III:12 started with prevalent
speech dysfunction. The mean age at onset in affected
members was 66.4 years.

In the FAMO71 family (7 affected female members)
patients IIT:4, IV:7, IV:8, and III:20, never presented with
extrapyramidal signs. Patient IV:34 presented with phon-
emic paraphasias. Patient IV:19 never presented with
memory impairment. Patient IV:5 presented important
behavioral abnormalities. The mean age at onset in affected
members was 62 years.

Our patient presented different clinical features from the
four cases described by Borroni**: two cases had mainly
behavioral disorders and the other two had progressive non-
fluent aphasia.

The mean age at onset was 56.2 years.

The age of onset of symptoms in our patient was there-
fore significantly earlier than the average ages of onset of
affected individuals in the two families described by
Benussi** and instead similar to the average age of onset
of disease in the four cases described by Borroni.??
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These results emphasize that additional environmental
and/or genetic factors not yet identified might produce
important phenotypic variability in the clinical presentation
of the disease even in the presence of an identical mutation,
thus suggesting a probabilistic presentation of symptoms
even in diseases of genetic origin.

In this regard, the co-occurrence of the PSENI
p-Ser365Ala VUS leads to the speculation that components
of non-mendelian inheritance might have modulated the
phenotypical expression of the primary GRN mutation in
our case. Indeed, digenic or oligogenic inheritance have
been reported consistently in the FTLD and
FTLD-amyotrophic lateral sclerosis spectrum.” Systematic
genomic burden analysis by whole genomic sequencing or
whole exome sequencing will help to address this issue in
larger series. The co-occurrence of two variants in GRN
and PSENI does not imply obvious convergent molecular
pathways. The lack of CSF biomarkers, of a co-segregation
analysis of genetic variants within the family and, ultimately,
of a pathological autoptic study, hamper deep
phenotype-to-genotype correlations and robust physio-
pathological hypotheses. Nevertheless, it should be remem-
bered that PGRN is a multifunctional growth factor; its defi-
ciency may cause neurodegeneration leading to increased
expression of proinflammatory cytokines, microglial activa-
tion and astrogliosis; although GRN-FTLD is associated with
TDP-43 pathology, some GRN mutations, especially when
co-occurring with APOE €4, disclosed features of AD path-
ology (amyloid aggregation and neurofibrillary tangles), in
addition to TDP-43-proteinopathy.>

On the other hand, presenilin-1 forms the catalytic com-
ponent of y-secretase which is responsible for the proteolytic
cleavage of amyloid-p protein precursor (ApPP); pathogenic
variants of PSENI trigger the amyloidogenic cascade in
autosomal dominant AD. Intriguingly, experimental investi-
gations have demonstrated that PGRN protects against
amyloid-f (AP) deposition and toxicity in AD mice
models and that selective reduction of microglial PGRN
increases the amyloid plaque load in AD mice.’? Here we
can only wonder whether the detected PSEN1 variant may
have contributed to the clinical presentation (early
memory impairment) and MRI findings (atrophy of right
hippocampus and mesial temporal area) reminiscent of AD.

Conclusions

We describe the case of a patient who came to our observa-
tion at the age of 59 and manifested mnesic and executive
deficits, an asymmetrical cerebral atrophy and hypometabo-
lism with a clear predominance on the right side to which
corresponded, about three years after the first prodromal
amnesic symptoms, the onset of extrapyramidal signs and
apraxia prevalent in the left hemisome. Our patient met
the diagnostic criteria of both FTLD and CBS. Genetic

analysis confirmed and reinforced the diagnosis by
showing the presence of a mutation in the gene coding for
Progranulin located on chromosome 17 and responsible
for the entity known as FTDP-17.%*

The clinical phenotype of our patient appears different
from those studied in two families with the same rare muta-
tion”* and in four other described cases.”® This evidence
underscores the phenotypic variability of these entities,
which is probably also conditioned by as yet unknown
genetic and environmental factors.

Acknowledgments

The authors have no acknowledgments to report.

ORCID iDs

Maurizio Gallucci (2 https:/orcid.org/0000-0001-6329-3195

Pietro Tiraboschi https:/orcid.org/0000-0002-2171-1720

Statements and declarations

Author contributions
Maurizio  Gallucci curation;
Investigation; Validation;
Visualization; Writing — original draft); Chiara Da Ronch
(Writing — review & editing); Matteo Bendini (Writing — review
& editing); Vittorio Fiore (Writing — review & editing); Licia
Turolla (Writing — review & editing); Moreno Ferrarini (Writing
— review & editing); Gian Maria Fabrizi (Conceptualization;
Supervision; Writing — review & editing); Pietro Tiraboschi

(Conceptualization; Supervision; Writing — review & editing).

(Conceptualization;  Data
Methodology; Supervision;

Funding
The authors received no financial support for the research, author-
ship, and/or publication of this article.

Declaration of conflicting interests
The authors declared no potential conflicts of interest with respect
to the research, authorship, and/or publication of this article.

References

1. Karageorgiou E and Miller BL. Frontotemporal lobar degen-
eration: a clinical approach. Semin Neurol 2014; 34: 189—
201.

2. Olney NT, Spina S and Miller BL. Frontotemporal dementia.
Neurol Clin 2017, 35: 339-374.

3. Neary D, Snowden JS, Gustafson L, et al. Frontotemporal
lobar degeneration: a consensus on clinical diagnostic cri-
teria. Neurology 1998; 51: 1546-1554.

4. Snowden JS, Neary D and Mann DM. Frontotemporal
dementia. Br J Psychiatry 2002; 180: 140-143.

5. Ferrari R, Hernandez DG, Nalls MA, et al. Frontotemporal
dementia and its subtypes: a genome-wide association
study. Lancet Neurol 2014; 13: 686—699.


https://orcid.org/0000-0001-6329-3195
https://orcid.org/0000-0001-6329-3195
https://orcid.org/0000-0002-2171-1720
https://orcid.org/0000-0002-2171-1720

Gallucci et al.

1659

10.

11.

12.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

Meeter LH, Kaat LD, Rohrer JD, et al. Imaging and fluid bio-
markers in frontotemporal dementia. Nat Rev Neurol 2017,
13: 406-419.

Chahine LM, Rebeiz T, Rebeiz JJ, et al. Corticobasal
syndrome: five new things. Neurol Clin Pract 2014; 4:
304-312.

Rebeiz JJ, Kolodny EH and Richardson EP IJr.
Corticodentatonigral degeneration with neuronal achromasia.
Arch Neurol 1968; 18: 20-33.

Rebeiz JJ, Kolodny EH and Richardson EP IJr.
Corticodentatonigral degeneration with neuronal achromasia:
a progressive disorder of late adult life. Trans Am Neurol
Assoc 1967; 92: 23-26.

Gibb WR, Luthert PJ and Marsden CD. Corticobasal degen-
eration. Brain 1989; 112: 1171-1192.

Measso G, Cavarzeran F, Zappala G, et al. The Mini mental
state examination: normative study of an Italian random
sample. Dev Neuropsychol 1993; 9: 77-95.

Berg L. Clinical dementia rating. Br J Psychiatry 1984; 145:
339.

Rey A. L’examen clinique en psychologie. Paris: Presses
Universitaires de France, 1964.

Spinnler H and Tognoni G. Standardizzazione e taratura
Italiana di test neuropsicologici. Ital J Neurol Sci 1987; 6:
1-120.

Mondini S, Mapelli D, Vestri A, et al. Esame Neuropsicologico
Breve 2. Una batteria di test per lo screening neuropsicologico.
Milano, Italy: Raffaello Cortina Editore, 2011.

Orsini A, Grossi D, Capitani E, et al. Verbal and spatial
immediate memory span: normative data from 1355 adults
and 1112 children. Ital J Neurol Sci 1987; 8: 539-548.
Giovagnoli AR, Del Pesce M, Mascheroni S, et al. Trail
making test: normative values from 287 normal adult con-
trols. Ital J Neurol Sci 1996; 17: 305-309.

Appollonio I, Leone M, Isella V, et al. The Frontal
Assessment Battery (FAB): normative values in an Italian
population sample. Neurol Sci 2005; 26: 108-116.

Shallice T. Specific impairment of planning. Philos Trans R
Soc Lond B Biol Sci 1982; 298: 199-209.

Cummings JL. The neuropsychiatric inventory: assessing
psychopathology in dementia patients. Neurology 1997; 48:
S10-S16.

Katz S, Ford AB, Moskowitz RW, et al. Studies of illness in the
aged. The index of ADL: a standardized measure of biological
and psychosocial function. JAMA 1963; 185: 914-919.
Lawton MP and Brody EM. Assessment of older people: self-
maintaining and instrumental activities of daily living.
Gerontologist 1969; 9: 179-186.

Borroni B, Archetti S, Alberici A, et al. Progranulin genetic
variations in frontotemporal lobar degeneration: evidence
for low mutation frequency in an Italian clinical series.
Neurogenetics 2008; 9: 197-205.

Benussi L, Binetti G, Sina E, et al. A novel deletion in pro-
granulin gene is associated with FTDP-17 and CBS.
Neurobiol Aging 2008; 29: 427-435.

25.

26.

217.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

Gallucci M, Mariotti E, Saraggi D, et al. The Treviso
Dementia (TREDEM) study: a biomedical, neuroradiologi-
cal, neuropsychological and social investigation of dementia
in north-eastern Italy. J Frailty Aging 2012; 1: 24-31.
Carlesimo GA, Caltagirone C, Gainotti G, et al. Batteria per
la valutazione del deterioramento mentale (parte II): standar-
dizzazione e affidabilita diagnostica nell’identificazione dei
pazienti affetti da sindrome demenziale. Arch Psicol Neurol
Psichiatr 1995; 56: 471-488.

Raven J, Raven JC and Court JH. Manual for Raven’s pro-
gressive matrices and vocabulary scales. San Antonio: TX:
Harcourt Assessment, 2004.

Neill M, Fisher JM, Brand C, et al. Practical application of
DaTQUANT with optimal threshold for diagnostic accuracy
of dopamine transporter SPECT. Tomography 2021; 7: 980—
989.

Brogley JE. DaTQUANT: the future of diagnosing Parkinson
disease. J Nucl Med Technol 2019; 47: 21-26.

Renton AE, Majounie E, Waite A, et al. A hexanucleotide
repeat expansion in C9ORF72 is the cause of chromosome
9p21-linked ALS-FTD. Neuron 2011; 72: 257-268.

Xiao X, Liu H, Liu X, et al. APP, PSEN1, and PSEN2 variants
in Alzheimer’s disease: systematic re-evaluation according to
ACMG guidelines. Front Aging Neurosci 2021; 13: 695808.
Ingram EM and Spillantini MG. Tau gene mutations: dissect-
ing the pathogenesis of FTDP-17. Trends Mol Med 2002; 8:
555-562.

van Swieten JC, Rosso SM, van Herpen E, et al. Phenotypic
variation in frontotemporal dementia and parkinsonism
linked to chromosome 17. Dement Geriatr Cogn Disord
2004; 17: 261-264.

Bateman A and Bennett HP. Granulins: the structure and
function of an emerging family of growth factors. J
Endocrinol 1998; 158: 145-151.

Bhandari V, Palfree RG and Bateman A. Isolation and
sequence of the granulin precursor ¢cDNA from human
bone marrow reveals tandem cysteine-rich granulin
domains. Proc Natl Acad Sci U S A 1992; 89: 1715-1719.
Diaz-Cueto L, Stein P, Jacobs A, et al. Modulation of mouse
preimplantation embryo development by acrogranin (epithe-
lin/granulin precursor). Dev Biol 2000; 217: 406—418.

He Z and Bateman A. Progranulin (granulin-epithelin precur-
sor, PC-cell-derived growth factor, acrogranin) mediates
tissue repair and tumorigenesis. J Mol Med (Berl) 2003; 81:
600-612.

Foster NL, Wilhelmsen K, Sima AA, et al. Frontotemporal
dementia and parkinsonism linked to chromosome 17: a con-
sensus conference. Conference Participants. Ann Neurol
1997; 41: 706-715.

Bird TD, Nochlin D, Poorkaj P, et al. A clinical pathological
comparison of three families with frontotemporal dementia
and identical mutations in the tau gene (P301L). Brain
1999; 122: 741-756.

Boeve BF, Baker M, Dickson DW, et al. Frontotemporal
dementia and parkinsonism associated with the IVSI+



1660

Journal of Alzheimer’s Disease Reports

41.

42.

43.

44.

45.

46.

1G— A mutation in progranulin: a clinicopathologic study.
Brain 2006; 129: 3103-3114.

Bugiani O, Murrell JR, Giaccone G, et al. Frontotemporal
dementia and corticobasal degeneration in a family with a
P301S mutation in tau. J Neuropathol Exp Neurol 1999;
58: 667-677.

Huey ED, Grafman J, Wassermann EM, et al. Characteristics
of frontotemporal dementia patients with a Progranulin muta-
tion. Ann Neurol 2006; 60: 374-380.

Masellis M, Momeni P, Meschino W, et al. Novel splicing
mutation in the progranulin gene causing familial corticoba-
sal syndrome. Brain 2006; 129: 3115-3123.

Mukherjee O, Pastor P, Cairns NJ, et al. HDDD?2 Is a familial
frontotemporal lobar degeneration with ubiquitin-positive,
tau-negative inclusions caused by a missense mutation in
the signal peptide of progranulin. Ann Neurol 2006; 60:
314-322.

Nasreddine ZS, Loginov M, Clark LN, et al. From genotype
to phenotype: a clinical pathological, and biochemical inves-
tigation of frontotemporal dementia and parkinsonism
(FTDP-17) caused by the P301L tau mutation. Ann Neurol
1999; 45: 704-715.

Snowden JS, Pickering-Brown SM, Mackenzie IR, et al.
Progranulin gene mutations associated with frontotemporal

47.

48.

49.

50.

51.

52.

dementia and progressive non-fluent aphasia. Brain 2006;
129: 3091-3102.

Guerreiro RJ, Baquero M, Blesa R, et al. Genetic screening of
Alzheimer’s disease genes in Iberian and African samples
yields novel mutations in presenilins and APP. Neurobiol
Aging 2010; 31: 725-731.

Koriath C, Kenny J, Adamson G, et al. Predictors for a
dementia gene mutation based on gene-panel next-generation
sequencing of a large dementia referral series. Mol Psychiatry
2020; 25: 3399-3412.

Rascovsky K, Hodges JR, Knopman D, et al. Sensitivity of
revised diagnostic criteria for the behavioural variant of fron-
totemporal dementia. Brain 2011; 134: 2456-2477.
Mathew R, Bak TH and Hodges JR. Diagnostic criteria for
corticobasal syndrome: a comparative study. J Neurol
Neurosurg Psychiatry 2012; 83: 405-410.

Testi S, Tamburin S, Zanette G, et al. Co-occurrence of the
CI90ORF72 expansion and a novel GRN mutation in a
family with alternative expression of frontotemporal demen-
tia and amyotrophic lateral sclerosis. J Alzheimers Dis 2015;
44: 49-56.

Sakura Minami S, Min S-W, Krabbe G, et al. Progranulin pro-
tects against amyloid deposition and toxicity in Alzheimer’s
disease mouse models. Nar Med 2014; 20: 1157-1164.



	 Introduction
	 Case presentation

	 Methods
	 Neuropsychological evaluation
	 Structural and nuclear medicine imaging
	 Electroencephalography
	 Genetic analysis

	 Results
	 Neuropsychological evaluation
	 Structural and nuclear medicine imaging
	 Electroencephalography
	 Genetic analysis

	 Discussion
	 Conclusions

	 Acknowledgments
	 Statements and declarations
	 References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile ()
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 5
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /None
  /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 false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /None
  /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 false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /None
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /PDFX1a:2003
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    33.84000
    33.84000
    33.84000
    33.84000
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    9.00000
    9.00000
    9.00000
    9.00000
  ]
  /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 false
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks true
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo true
      /AddRegMarks false
      /BleedOffset [
        9
        9
        9
        9
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


