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Rett syndrome is a genetic neurodevelopmental disorder that
affects mainly girls, but mutations in the causative MECP2
gene have also been identified in boys with classic Rett syn-
drome and Rett syndrome-like phenotypes. We have studied
a group of 28 boys with a neurodevelopmental disorder, 13 of
which with a Rett syndrome-like phenotype; the patients had
diverse clinical presentations that included perturbations of
the autistic spectrum, microcephaly, mental retardation,

manual stereotypies, and epilepsy. We analyzed the complete
coding region of the MECP2 gene, including the detection of
large rearrangements, and we did not detect any pathogenic
mutations in the MECP2 gene in these patients, in whom
the genetic basis of disease remained unidentified. Thus,
additional genes should be screened in this group of patients.

Keywords: autism; neurodevelopment; Rett

ett syndrome (MIM 312750) is a neurodevelop-
mental disorder affecting mainly girls that combines
mental retardation, autism, and neurological fea-
tures." Amir and colleagues® identified as the genetic
cause of Rett syndrome mutations in the X-linked methyl
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CpG-binding protein 2 gene (MECP2), which encodes the
MeCP2 protein, that binds methylated DNA and is
thought to repress transcription of target genes. Classi-
cally, patients with this syndrome present an apparently
normal initial developmental period (6 to 18 months of
age) followed by an arrest and then regression of develop-
ment, with deceleration in head growth, psychomotor
delay and loss of acquired social and motor skills, and
appearance of stereotypies.' The atypical forms of the dis-
order may present as either milder or more severe pheno-
types. Given the very low frequency of male cases with
Rett syndrome, the disorder was initially thought of as
an X-linked dominant disorder, usually fatal in males.
However, the low frequency of male cases could also be
due to the fact that most mutations in MECP2 occur de
novo in paternal transmissions.’ In the small number of
males with Rett syndrome described in the literature, clas-
sical Rett syndrome is associated with (1) a somatic mosai-
cism of the mutation, (2) a Klinefelter syndrome (47,
XXY), or (3) a hypomorphic MECP2 allele.*”” As happens
with other X-linked dominant disorders, the hemizygous
males most often exhibit a more severe phenotype and
most of the mutations that cause classical Rett in females
originate a very different clinical presentation in males.>®
The most common phenotype associated with MECP2
mutation in males is a severe neonatal encephalopathy
(see supplementary review Table S1).*813717:20,23,24,28
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Table S1. Phenotypes Exhibited by MECP2 Mutation-Positive Male Patients Described in the Literature

Domain Mutation Somatic Mosaicism Clinical Presentation Reference
Missense

MBD, ATRX E137G Nonmosaic MR 1
Al140V Nonmosaic MR, Schizophrenia/psychosis 2-6
F1571 NA Progressive neonatal encephalopathy 7

Nonmosaic Neonatal encephalopathy 8-11
T158M NA Angelman syndrome, neonatal encephalopathy
Klinefelter syndrome Classical RTT

interdomain R167W Nonmosaic MR 1

TRD P225L NA Atypical RTT 12
K284E NA MR 3

WW P399L NA MR 3
P405L Nonmosaic MR 12
K417M Nonmosaic Neonatal encephalopathy 7
G428S Nonmosaic Nonfatal, nonprogressive encephalopathy 13
R4530Q NA MR 3
Truncating

All P81{sX89 Somatic mosaicism; NA Encephalopathy; Angelman syndrome-like 14,15

TRD-NLS E258X Nonmosaic Neonatal encephalopathy 16
G269fs NA Neonatal encephalopathy 7,17
R270X Somatic mosaic Classical RTT 18
R270fs NA Neonatal encephalopathy 7

TRD P273fs Nonmosaic Congenital RTT 19
X288 NA Neonatal encephalopathy 20

WW P384fs Nonmosaic Neonatal encephalopathy 8
L387{sXM466 Nonmosaic MR 21
G406X Nonmosaic MR + progressive spasticity 22
R471fs NA Prader-Willi syndrome-like 23

MR, mental retardation; RTT, Rett syndrome; NA, not available.

However, mutations in this gene have been identified in
patients with X-linked mental retardation associated with
neurological features, such as limb spasticity with truncal
and facial hypotonia,'®?*2”?% with nonspecific mental
retardation'*'*3%3! and autism.>*> MECP2 mutations
have also been identified in male patients with language
disorder and schizophrenia,'" with an X-linked syndrome,
including psychosis, pyramidal signs, and macro-orchid-
ism,"? and with Prader-Willi and Angelman syndrome-like
phenotypes.'®2*27 For this reason, in a research context,
the molecular testing of MECP2 gene in males with a wide
spectrum of neurodevelopmental disorders such as unex-
plained early neonatal death, neonatal encephalopathy,
or mental retardation, with or without neurological
signs, has been proposed, even in the absence of familial
history of similar disease, to further characterize the role
of MECP2 as an etiologic factor in this wide range of
diseases.

The aim of the current study was to identify the extent
to which mutations in the MECP2 gene could explain the
neurodevelopmental phenotypes presented by a group of
28 male patients of Portuguese origin displaying neurode-
velopmental phenotypes compatible with those previously

associated with MECP2 mutations, including 13 patients
with “Rett-like” features.

Material and Methods

Patients

The 28 Portuguese male patients selected for this study were
sent to our laboratory by clinical geneticists, pediatricians, or
pediatric neurologists to be tested for MECP2 gene muta-
tions. A questionnaire asking for clinical, molecular, and
familial information was filled in by the clinicians requesting
the diagnosis; a summary of the clinical presentation for all
the patients is presented in Table 1. Analysis of this informa-
tion suggested to us that 13 of the patients had a clinical pre-
sentation compatible with a variant form of Rett syndrome
(Rett syndrome-like), according to the criteria defined by
Hagberg and colleagues®® (group I, patients 1 to 13 in Table
1); whereas the others did not fulfill the criteria but had clin-
ical manifestations previously seen in MECP2 mutant males,
namely mental retardation of unknown etiology with one
or more of the following features: autism, microcephaly,
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Table 2. Age, Karyotype and Molecular Exclusions of 28 Boys With Neurodevelopmental Disorder

Case Angelman

1D Age Karyotype Syndrome ATR-X Fragile X Other

1 8 46, XY Negative Negative

2 6 Negative

3 19 Negative

4 5 Negative

5 5 Negative FISH (subtelomeric probes)
6 11 Negative Negative

7 15 Negative

8 5 Negative

9 17 Negative Negative Negative FISH (subtelomeric probes)
10 17 Negative Negative FISH (subtelomeric probes)
11 12 Negative

12 7 Negative

13 4 FISH (subtelomeric probes)
14 13 Negative

15 19 Negative

16 8 Negative

17 4 Negative Negative

18 15 Negative

19 7

20 15 Negative

21 7 Negative

22 21 Negative

23 8

24 12

25 13

26 8 Negative

27 5 Negative

28 na Negative FISH (subtelomeric probes)
FISH, fluorescent in situ hybridization; na, not available.

epilepsy, manual apraxia, and/or stereotypies (group II, Results

patients 14 to 28 in Table 1). Patients 1, 2, 4, 8, 9, 10, 16,
26, and 28 presented an epileptogenic encephalopathy.
Patients 14 and 15 presented with visual and hearing deficits,
not typical of Rett syndrome, and so they were not included
in group I. Metabolic studies were performed for all patients
and did not reveal any alterations. Informed consent for the
genetic study was obtained from all patients or their legal
representatives.

Molecular analysis:

Genomic DNA was extracted from peripheral blood leuko-
cytes using the Puregene DNA isolation kit (Gentra, Min-
neapolis, Minn). The coding region and exon—intron
boundaries of the MECP2 gene were amplified by poly-
merase chain reaction (PCR); the amplified fragments
were automatically sequenced and analyzed for point
mutations or small rearrangements. Sequence changes
were confirmed by re-amplification with genomic DNA
and sequencing in the opposite direction. The RD-PCR
method?* was used for the detection of large duplications
of the MECP2 gene. Primers used, PCR mixtures and cyc-
lic conditions, are available on request.

Table 1 presents a summary of the clinical presentations
of the patients we analyzed. The patients’ age at the last
observation ranged from 4 to 21 years (mean 11 years).
Some of the patients had previous molecular exclusion
of other clinical conditions and their karyotypes had all
been assessed as normal (Table 2). Analysis of the DNA
sequence of the MECP2 gene in all patients (group I and
group II) did not reveal any potentially pathogenic muta-
tion. We found a silent mutation in the MECP2 gene in
one patient (897C>T; T299T) and an intronic deletion
of one nucleotide (IVS3-17delT) in another patient, both
already described as polymorphisms in the literature
(http://mecp2.chw.edu.au/mecp2/). We also searched for
large duplications or deletions in the MECP2 gene in both
groups of patients but did not find any alteration in the
exons or gene dosage.

Discussion
Male patients with neurodevelopmental disorders present

a wide spectrum of phenotypes and share a combination of
symptoms, which encompass mental retardation, autism,
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epilepsy, and movement disorders. In most cases the
genetic basis of the pathology is unknown and MECP2
is an interesting candidate gene to be analyzed.

Mutations in MECP2 are found in female patients
with heterogeneous clinical presentations; contributing
to this fact are the effects of X-chromosome inactivation
patterns as well as a potentially significant influence of
epistatic, epigenetic, or environmental modifiers. Further-
more, mutations known to be Rett syndrome-causing in
females do not produce similar phenotypes in males, due
to the X-linked dominance of the disorder® and possibly
to differences in the above-mentioned modifier effects.
The heterogeneity of phenotypes associated with MECP2
mutation in males (supplementary Table S1) opened the
possibility that mutations in this gene could underlie a
variety of X-linked neurodevelopmental phenotypes.

We were not able to identify any mutation in the
MECP2 in our sample of boys with Rett syndrome-
overlapping (Rett syndrome-like) phenotypes, including
the large duplications of this gene, which were described
to be frequent in mentally retarded males with progressive
neurological symptoms.”* Mutations in the noncoding
regions of MECP2, introns and regulatory 5'untranslated
region and 3'untranslated region, might have been missed
since these regions were not covered in this study.
However, although Shibayama et al®’ reported that
3'untranslated region variants in the MECP2 gene seemed
to be more frequent in autism patients than in the general
population, we have previously searched for mutations in
the 3’untranslated region of the MECP2 gene in a group of
Portuguese Rett-syndrome female patients and we did not
find any pathogenic mutation®® suggesting that this must
be a rare cause of Rett syndrome.

Our data suggests that, prior to the indication of sys-
tematic molecular testing of MECP2 in all males with
neurodevelopmental pathologies, the study of larger pop-
ulation series should be performed. In fact, the majority
of male patients with Rett syndrome-like symptoms do not
present mutations in the MECP2 gene, which is in favour
of the hypothesis that mutations in other gene(s) may be
involved in this disorder.?” Even using a stricter phenotype
definition, there are males with a clinical diagnosis of Rett
syndrome without identified MECP2 mutation.”

There are a number of genes in which mutations have
been found in patients with pathologies that partially over-
lap Rett syndrome, which it would be interesting to test in
patients with Rett syndrome or a Rett syndrome-like clin-
ical presentation without a MECP2 mutation: neuroligin
3 and neuroligin 4, mutated in patients with autism, men-
tal retardation or Asperger syndrome,*® the aristaless-
related homeobox®® and the serine/threonine kinase 9
genes, mutated in patients with West syndrome *°
ubiquitin-protein ligase E3A (involved in Angelman syn-
drome)*' are interesting candidate genes. Brain derived
neurotrophic factor and distal-less homeobox 5; two

and

downstream target genes of MeCP2 regulation,**** would
also be potentially important candidates for future analy-
sis. Nevertheless the possibility remains that additional
novel genes may be identified as the molecular basis of dis-

ease in these patients.

Acknowledgments

Monica Santos was supported by Fundagio para a Ciéncia e
Tecnologia (FCT, Portugal) with the PhD fellowship SFRH/
BD/9111/2002 and the postdoc fellowship SFRH/BPD/
28555/2006. Research in Rett syndrome is supported by
FSE/FEDER and FCT, Grant POCTI 41416/2001.

References

1. Hagberg B, Aicardi ], Dias K, Ramos O. A progressive syndrome
of autism, dementia, ataxia, and loss of purposeful hand use in
girls: Rett’s syndrome: report of 35 cases. Ann Neurol. 1983;14:
471-479.

2. Amir RE, Van den Veyver IB, Wan M, Tran CQ, Francke U,
Zoghbi HY. Rett syndrome is caused by mutations in X-linked
MECP2, encoding methyl-CpG-binding protein 2. Nat Genet.
1999;23:185-188.

3. Trappe R, Laccone F, Cobilanschi J, et al. MECP2 mutations in
sporadic cases of Rett syndrome are almost exclusively of
paternal origin. Am ] Hum Genet. 2001;68:1093-1101.

4. Hoffbuhr K, Devaney JM, LaFleur B, et al. MeCP2 mutations in
children with and without the phenotype of Rett syndrome.
Neurology. 2001;56:1486-1495.

5. Leonard H, Silberstein J, Falk R, et al. Occurrence of Rett syn-
drome in boys. J Child Neurol. 2001;16:333-338.

6. Ravn K, Nielsen ]JB, Uldall P, Hansen FJ, Schwartz M. No
correlation between phenotype and genotype in boys with a
truncating MECP2 mutation. ] Med Genet. 2003;40:e5.

7. Topcu M, Akyerli C, Sayi A, et al. Somatic mosaicism for a
MECP2 mutation associated with classic Rett syndrome in a
boy. Eur ] Hum Genet. 2002;10:77-81.

8. Zeev BB, Yaron Y, Schanen NC, et al. Rett syndrome: clinical
manifestations in males with MECP2 mutations. ] Child Neurol.
2002;17:20-24.

9. Gomot M, Gendrot C, Verloes A, et al. MECP2 gene mutations
in non-syndromic X-linked mental retardation: phenotype-
genotype correlation. Am J Med Genet A. 2003;123:129-139.

10. Dotti MT, Orrico A, De Stefano N, et al. A Rett syndrome
MECP2 mutation that causes mental retardation in men.
Neurology. 2002;58:226-230.

11. Cohen D, Lazar G, Couvert P, et al. MECP2 mutation in a boy
with language disorder and schizophrenia. Am ] Psychiatry.
2002;159:148-149.

12. Couvert P, Bienvenu T, Aquaviva C, et al. MECP2 is highly
mutated in X-linked mental retardation. Hum Mol Genet.
2001;10:941-946.

13. Klauck SM, Lindsay S, Beyer KS, Splitt M, Burn J, Poustka A. A
mutation hot spot for nonspecific X-linked mental retardation in

Downloaded from http://jcn.sagepub.com at NORTHWESTERN UNIV LIBRARY on June 24, 2009


http://jcn.sagepub.com

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

MECP2 Gene Mutation and Neurodevelopmental Phenotype in Male Patients / Santos et al 55

the MECP2 gene causes the PPM-X syndrome. Am ] Hum
Genet. 2002;70:1034-1037.

Winnepenninckx B, Errijgers V, Hayez-Delatte F, Reyniers E,
Frank-Kooy R. Identification of a family with nonspecific
mental retardation (MRX79) with the A140V mutation in the
MECP2 gene: is there a need for routine screening? Hum
Mutat. 2002;20:249-252.

Kankirawatana P, Leonard H, Ellaway C, et al. Early progressive
encephalopathy in boys and MECP2 mutations. Neurology.
2006;67:164-166.

Villard L, Kpebe A, Cardoso C, Chelly PJ, Tardieu PM,
Fontes M. Two affected boys in a Rett syndrome family: clinical
and molecular findings. Neurology. 2000;55:1188-1193.

Lynch SA, Whatley SD, Ramesh V, Sinha S, Ravine D. Sporadic
case of fatal encephalopathy with neonatal onset associated with
a T158M missense mutation in MECP2. Arch Dis Child Fetal
Neonatal Ed. 2003;88:F250-F252.

Kleefstra T, Yntema HG, Nillesen WM, et al. MECP2 analysis
in mentally retarded patients: implications for routine DNA
diagnostics. Eur ] Hum Genet. 2004;12:24-28.

Moog U, Van Roozendaal K, Smeets E, et al. MECP2 mutations
are an infrequent cause of mental retardation associated with
neurological problems in male patients. Brain Dev. 2006;28:
305-310.

Imessaoudene B, Bonnefont JP, Royer G, et al. MECP2 muta-
tion in non-fatal, non-progressive encephalopathy in a male.
J Med Genet. 2001;38:171-174.

Clayton-Smith J, Watson P, Ramsden S, Black GC. Somatic
mutation in MECP2 as a non-fatal neurodevelopmental disor-
der in males. Lancet. 2000;356:830-832.

Watson P, Black G, Ramsden S, et al. Angelman syndrome phe-
notype associated with mutations in MECP2, a gene encoding a
methyl CpG binding protein. ] Med Genet. 2001;38:224-228.
Wan M, Lee SS, Zhang X, et al. Rett syndrome and beyond:
recurrent spontaneous and familial MECP2 mutations at CpG
hotspots. Am | Hum Genet. 1999;65:1520-1529.

Leuzzi V, Di Sabato ML, Zollino M, Montanaro ML, Seri S.
Early-onset encephalopathy and cortical myoclonus in a boy
with MECP2 gene mutation. Neurology. 2004;63:1968-1970.
Yntema HG, Kleefstra T, Oudakker AR, et al. Low frequency of
MECP2 mutations in mentally retarded males. Eur J] Hum
Genet. 2002;10:487-490.

Meloni I, Bruttini M, Longo I, et al. A mutation in the Rett syn-
drome gene, MECP2, causes X-linked mental retardation and
progressive spasticity in males. Am | Hum Genet. 2000;67:
982-985.

Kleefstra T, Yntema HG, Oudakker AR, et al. De novo
MECP2 frameshift mutation in a boy with moderate mental
retardation, obesity and gynaecomastia. Clin Genet. 2002;61:
359-362.

Venancio M, Santos M, Pereira SA et al. An explanation for
another familial case of Rett syndrome: maternal germline
mosaicism. Eur | Hum Genet. 2002;15:902-904.

Van Esch H, Bauters M, Ignatius J, et al. Duplication of the
MECP?2 region is a frequent cause of severe mental retardation

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

and progressive neurological symptoms in males. Am | Hum
Genet. 2005;77:442-453.

Orrico A, Lam C, Galli L, et al. MECP2 mutation in male
patients with non-specific X-linked mental retardation. FEBS
Lett. 2000;481:285-288.

Yntema HG, Oudakker AR, Kleefstra T, et al. In-frame deletion
in MECP2 causes mild nonspecific mental retardation. Am
J Med Genet. 2002;107:81-83.

Carney RM, Wolpert CM, Ravan SA, et al. Identification of
MeCP2 mutations in a series of females with autistic disorder.
Pediatr Neurol. 2003;28:205-211.

Hagberg B, Hanefeld F, Percy A, Skjeldal O. An update on clini-
cally applicable diagnostic criteria in Rett syndrome. Comments
to Rett Syndrome Clinical Criteria Consensus Panel Satellite to
European Paediatric Neurology Society Meeting, Baden Baden,
Germany, 11 September 2001. Eur J Paediatr Neurol. 2002;6:
293-297.

Shi J, Shibayama A, Liu Q, et al. Detection of heterozygous
deletions and duplications in the MECP2 gene in Rett
syndrome by Robust Dosage PCR (RD-PCR). Hum Mutat.
2005;25:505.

Shibayama A, Cook , EH Jr, Feng ], et al. MECP2 structural and
3/-UTR variants in schizophrenia, autism and other psychiatric
diseases: a possible association with autism. Am J] Med Genet B
Neuropsychiatr Genet. 2004;128:50-53.

Santos M, Yan J, Temudo T et al. Analysis of highly conserved
regions of the 3'UTR of MECP2 gene in patients with clinical
diagnosis of Rett syndrome and other disorders associated with
mental retardation. Dis Markers. 2008;24:319-324.

Schanen C. Rethinking the fate of males with mutations in the
gene that causes Rett syndrome. Brain Dev. 2001;23(suppl 1):
S144-S146.

Laumonnier F, Bonnet-Brilhault F, Gomot M, et al. X-linked
mental retardation and autism are associated with a mutation
in the NLGN4 gene, a member of the neuroligin family. Am
J Hum Genet. 2004;74:552-557.

Stromme P, Mangelsdorf ME, Shaw MA, et al. Mutations in the
human ortholog of Aristaless cause X-linked mental retardation
and epilepsy. Nat Genet. 2002;30:441-445.

Kalscheuer VM, Tao J, Donnelly A, et al. Disruption of the serine/
threonine kinase 9 gene causes severe X-linked infantile spasms
and mental retardation. Am | Hum Genet. 2003;72:1401-1411.
Samaco RC, Nagarajan RP, Braunschweig D, LaSalle JM.
Multiple pathways regulate MeCP2 expression in normal brain
development and exhibit defects in autism-spectrum disorders.
Hum Mol Genet. 2004;13:629-639.

Chen WG, Chang Q, Lin Y, et al. Derepression of BDNF
transcription involves calcium-dependent phosphorylation of
MeCP2. Science. 2003;302:885-889.

Martinowich K, Hattori D, Wu H, et al. DNA methylation-
related chromatin remodeling in activity-dependent BDNF gene
regulation. Science. 2003;302:890-893.

Horike S, Cai S, Miyano M, Cheng JF, Kohwi-Shigematsu T.
Loss of silent-chromatin looping and impaired imprinting of
DLX5 in Rett syndrome. Nat Genet. 2005;37:31-40.

Downloaded from http://jcn.sagepub.com at NORTHWESTERN UNIV LIBRARY on June 24, 2009


http://jcn.sagepub.com


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /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 false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 266
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 200
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 266
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 200
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 900
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /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 false
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (U.S. Web Coated \050SWOP\051 v2)
  /PDFXOutputConditionIdentifier (CGATS TR 001)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /ENU <>
  >>
  /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
    >>
    <<
      /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
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        9
        9
        9
        9
      ]
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements true
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 9
      /MarksWeight 0.125000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
  /SyntheticBoldness 1.000000
>> setdistillerparams
<<
  /HWResolution [288 288]
  /PageSize [612.000 792.000]
>> setpagedevice


