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RIla, and RIIb) and three genes encoding the catalytic
subunits (14), such redundancy would also be related to
the apparently mild hormone resistance in PRKAR1A mu-
tations. However, these factors are unlikely to account for
the apparently severe skeletal lesion in PRKARIA and
PDE4D mutations. Furthermore, although aberrant sig-
naling via PTHrP receptor belonging to the GPCR families
may play an important role in the development of skeletal
lesions in PRKAR1A mutations, this perturbation is also
relevant to the occurrence of skeletal lesions in GNAS
abnormalities (15). Thus, there may be a hitherto un-
known factor involved in the development of severe skel-
etal phenotype in PRKAR1A and PDE4D mutations. No-
tably, hormone resistance is apparently infrequent in
acrodysostosis (2). It remains to be clarified whether acro-
dysostosis with and without hormone resistance may repre-
sent genetically heterogeneous conditions, and whether hor-
mone resistance may have been overlooked or remained ata
subclinical level in a certain fraction of patients with
PRKAR1A and PDE4D mutations.

For PRKARIA, more than 100 different mutations
have been identified in Carney complex with multiple neo-
plasias and lentiginosis (16). Because most mutations re-
ported in Carney complex are frameshift, nonsense, and
splice mutations that are predicted to undergo nonsense-
mediated mRNA decay and cause PRKAR1A haploinsuf-
ficiency, they would result in the increased amount of the
free-lying intracellular catalytic subunits, leading to ex-
cessive PKA signaling in target tissues (16, 17). Further-
more, other types of mutations have also been identified in
Carney complex, such as missense mutations at the cAMP-
binding domain A (e.g. p.D183Y and p.A213D) and an
in-frame deletion of 53 amino acids from the binding do-
main A (¢.708 + 1 g—t) (16). Thus, in conjunction with
the results of this study, we presume that PRKAR1A
mutations can cause a mirror image of disorders in
terms of the PKA activity, i.e. Carney complex resulting
from defective association between the regulatory and
the catalytic subunits and acrodysostosis with hormone
resistance ascribed to impaired dissociation between
the two subunits.

In summary, we identified a heterozygous PRKARTA
mutation affecting cAMP-mediated GPCR signaling in a
patient with acrodysostosis with hormone resistance. Ad-
ditional studies will permit a better clarification of the
underlying causes in acrodysostosis with and without hor-
mone resistance.
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Relative frequency of underlying genetic causes for
the development of UPD(14)pat-like phenotype

Masayo Kagami!, Fumiko Kato!, Keiko Matsubara!, Tomoko Sato!, Gen Nishimura? and Tsutomu Ogata*13

Paternal uniparental disomy 14 (UPD(14)pat) results in a unique constellation of clinical features, and a similar phenotypic
constellation is also caused by microdeletions involving the DLK1-MEG3 intergenic differentially methylated region (1G-DMR)
and/or the MEG3-DMR and by epimutations (hypermethylations) affecting the DMRs. However, relative frequency of such
underlying genetic causes remains to be clarified, as well as that of underlying mechanisms of UPD(14)pat, that is, trisomy
rescue (TR), gamete complementation (GC), monosomy rescue (MR), and post-fertilization mitotic error (PE). To examine this
matter, we sequentially performed methylation analysis, microsatellite analysis, fluorescence in situ hybridization, and array-
based comparative genomic hybridization in 26 patients with UPD(14)pat-like phenotype. Consequently, we identified
UPD(14)pat in 17 patients (65.4%), microdeletions of different patterns in 5 patients (19.2%), and epimutations in 4 patients
(15.4%). Furthermore, UPD(14)pat was found to be generated through TR or GC in 5 patients (29.4%), MR or PE in 11
patients (64.7%), and PE in 1 patient (5.9%). Advanced maternal age at childbirth (>35 years) was predominantly observed
in the MR/PE subtype. The results imply that the relative frequency of underlying genetic causes for the development of
UPD(14)pat-like phenatype is different from that of other imprinting disorders, and that advanced maternal age at childbirth
as a predisposing factor for the generation of nullisomic oocytes through non-disjunction at meiosis 1 may be involved in the

development of MR-mediated UPD(14)pat.
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INTRODUCTION

Human chromosome 14q32.2 carries a ~1.2Mb imprinted region
with the germline-derived primary DLKI-MEG3 intergenic differen-
tially methylated region (IG-DMR) and the post-fertilization-derived
secondary MEG3-DMR, together with multiple imprinted genes.!?
Both DMRs are methylated after paternal transmission and unmethy-
lated after maternal transmission in the body, whereas in the placenta
the IG-DMR alone remains as a DMR and the MEG3-DMR is rather
hypomethylated irrespective of the parental origin.>® Furthermore, it
has been shown that the unmethylated IG-DMR and MEG3-DMR of
maternal origin function as the imprinting centers in the placenta and
the body, respectively, and that the IG-DMR acts as an upstream
regulator for the methylation pattern of the MEG3-DMR in the body
but not in the placenta.?

As a result of the presence of the imprinted region, paternal
uniparental disomy 14 (UPD(14)pat) (OMIM #608149) causes a
unique constellation of body and placental phenotypes such as
characteristic face, bell-shaped small thorax, abdominal wall defect,
polyhydramnios, and placentomegaly.>*° Furthermore, consistent
with the essential role of the DMRs in the imprinting regulation,
microdeletions and epimutations affecting the IG-DMR or both
DMRs of maternal origin result in UPD(14)pat-like phenotype in
both the body and the placenta, whereas a microdeletion involving the

maternally inherited MEG3-DMR alone leads to UPD(14)pat-like
phenotype in the body, but not in the placenta.>?

Of the three underlying genetic causes for UPD(14)pat-like
phenotype (UPD(14)pat, microdeletions, and epimutations),
UPD(14)pat is primarily generated by four mechanisms, that is,
trisomy rescue (TR), gamete complementation (GC), monosomy
rescue (MR), and post-fertilization mitotic error (PE).® TR refers to
a condition in which chromosome 14 of maternal origin is lost
from a zygote with trisomy 14 formed by fertilization between a
disomic sperm and a normal oocyte. GC results from fertilization
of a disomic sperm with a nullisomic oocyte. MR refers to a condition
in which chromosome 14 of paternal origin is replicated in a zygote
with monosomy 14 formed by fertilization between a normal sperm
and a nullisomic oocyte. PE is an event after formation of a normal
zygote. In this regard, a nullisomic oocyte specific to GC and MR is
produced by non-disjunction at meiosis 1 (M1) or meiosis 2 (M2),
and non-disjunction at M1 is known to increase with maternal age,
probably because of a long-term (10-50 years) meiotic arrest at
prophase 1.7

However, relative frequency of the genetic causes for UPD(14)pat-
like phenotype remains to be determined, as well as that of underlying
mechanisms for the generation of UPD(14)pat. Here, we report our
data on this matter, and discuss the difference in the relative frequency
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among imprinted disorders and the possible maternal age effect on the
relative frequency.

PATIENTS AND METHODS

‘Patients

This study comprised 26 patients with UPD(14)pat-like phenotype (9 male
patients and 17 female patients) (Table 1). Of the 26 patients, 18 patients have
been reported previously; they consisted of nine sporadic patients with full
UPD(14)pat,*® one sporadic patient with segmental UPD(14)pat,* the proband
of sibling cases and four sporadic patients with different patterns of micro-
deletions involving the unmethylated DMRs of maternal origin,>® and three
patients with epimutations (hypermethylations) of the two normally unmethy-
lated DMRs of maternal origin? The remaining eight patients were new
sporadic cases.

Phenotypic findings of the 26 patients are summarized in Supplementary
Table 1; detailed clinical features of patients 6 and 16-25 are as described
previously,> and those of the eight new patients 3, 5, 10~14, and 26 are shown
in Supplementary Table 2, together with those of patients 1, 2, 4, 7-9, and 15 in
whom detailed phenotypes were not described in the previous report.® All the
26 patients were identified shortly after birth because of the unique bell-shaped
thorax with coat-hanger appearance of the ribs on roentgenograms obtained
because of asphyxia. Subsequent clinical analysis revealed that 25 of the 26
patients exhibited both body and placental UPD(14)pat-like phenotype,
whereas the remaining one previously reported patient (patient 22) manifested
body, but not placental, UPD(14)pat-like phenotype.’> The karyotype was
found to be normal in 25 patients, although cytogenetic analysis was not
performed in one previously reported patient who died of respiratory failure at
2h of age (patient 6).* One patient (patient 15) was conceived by in vitro
fertilization-embryo transfer.> This study was approved by the Institute Review
Board Committee at the National Center for Child Health and Development,
and performed after obtaining written informed consent.

Table 1 Summary of patients examined in this study

UPD(14)pat-like phenotype
M Kagami et al

Analysis of underlying genetic causes in patients with
UPD(14)pat-like phenotype

We sequentially performed methylation analysis, microsatellite analysis, and
fluorescence in situ hybridization (FISH), using leukocyte genomic DNA
samples and lymphocyte metaphase spreads of all the 26 patients with
UPD(14)pat-like phenotype. The detailed methods were as reported pre-
viously.>* In brief, methylation analysis was performed for the IG-DMR
(CG4 and CG6) and the MEG3-DMR (CG7 and the CTCF-biding sites C
and D) by combined bisulfite restriction analysis and bisulfite sequencing.
Microsatellite analysis was performed for multiple loci on chromosome 14, by
determining the sizes of PCR products obtained with fluorescently labeled
forward primers and unlabeled reverse primers. FISH analysis was carried out
for the IG-DMR and the MEG3-DMR using 5104-bp and 5182-bp long PCR
products, respectively, together with the RP11-56612 probe for 14q12 utilized as
an internal control.

In this study, furthermore, oligonucleotide array-based comparative geno-
mic hybridization (CGH) was also performed for the imprinted region of non-
UPD(14)pat patients, using a custom-build oligo-microarray containing 12 600
probes for 14q32.2—q32.3 encompassing the imprinted region and ~ 10000
reference probes for other chromosomal region (4x180K format, Design ID
032112) (Agilent Technologies, Palo Alto, CA, USA). The procedure was as
described in the manufacturer’s instructions.

Analysis of subtypes in patients with UPD(14)pat

UPD(14)pat subtype was determined by microsatellite analysis.®>® In brief,
heterodisomy for at least one locus was regarded as indicative of TR- or
GC-mediated UPD(14)pat (TR/GC subtype), whereas isodisomy for all the
informative microsatellite loci was interpreted as indicative of MR- or
PE-mediated UPD(14)pat (MR/PE subtype) (for details, see Supplementary
Figure S1). Here, while heterodisomy and isodisomy for a pericentromeric
region in the TR/GC subtype imply a disomic sperm generation through M1

UPD(14)pat Maternal age at Paternal age at
Patient Genetic cause subtype childbirth (years) childbirth (years) Remark Reference
1 UPD(14)pat TR/GC [M1] 31 35 5
2 UPD(14)pat TR/GC [M1] 28 29 5
3 UPD(14)pat TR/GC [M1] 29 38 This report
4 UPD(14)pat TR/GC [M1] 36 41 5
5 UPD(14)pat TR/GC [M2] 30 30 This report
6 UPD(14)pat MR/PE 42 Unknown 4,5
7 UPD(14)pat MR/PE 31 28 5
8 UPD(14)pat MR/PE 32 33 5
9 UPD(14)pat MR/PE 26 35 5
10 UPD(14)pat MR/PE 38 38 This report
11 UPD(14)pat MR/PE 26 32 This report
12 UPD(14)pat MR/PE 41 36 This report
13 UPD(14)pat MR/PE 30 28 This report
14 UPD(14)pat MR/PE 39 34 This report
15 UPD(14)pat MR/PE 42 37 Born after IVF-ET 5
16 UPD(14)pat MR/PE 36 36 4,5
17 UPD(14)pat-seg. PE 27 24 Segmental isodisomy 4.5
18 Microdeletion 31 34 2
19 Microdeletion 33 36 2
20 Microdeletion 28 27 2
21 Microdeletion 27 37 IG-DMR alone 3
22 Microdeletion 25 25 MEG3-DMR alone 3
23 Epimutation 35 36 2
24 Epimutation 28 26 2
25 Epimutation 27 30 2
26 Epimutation 33 33 This report

Abbreviation: IVF-ET, in vivo fertilization-embryo transfer using parental gametes.
The microdeletions in patients 18-22 are different in size.
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930

and M2 non-disjunction respectively,’ such discrimination between M1
and M2 non-disjunctions is impossible for the development of a nullisomic
oocyte. Furthermore, it is usually impossible to discriminate between
TR and GC, although the presence of trisomic cells is specific to TR. Similarly,
it is also usually impossible to discriminate between MR and PE, although
identification of segmental isodisomy or mosaicism is unique to PE
(PE subtype).

Analysis of parental ages

We examined parental ages at childbirth in patients of different underlying
causes and different UPD(14)pat subtypes. Statistical significance of the
relative frequency was examined by the Fisher’s exact probability test, and that
of the median age by the Mann-Whitney’s U-test. P<0.05 was considered
significant.

RESULTS

Analysis of underlying causes in patients with UPD(14)pat-like
phenotype

For the eight new sporadic patients, methylation analysis invariably
revealed hypermethylation of both DMRs, and microsatellite analysis
showed UPD(14)pat in seven patients and biparentally inherited
homologs of chromosome 14 in the remaining one patient (patient
26). FISH analysis for patient 26 identified two signals for the two
DMRs, and subsequently performed array CGH analysis showed no
evidence for genomic rearrangements (Supplementary Figure S2).
Thus, patient 26 was assessed to have an epimutation affecting the
two DMRs. Furthermore, the results of array CGH analysis confirmed
the presence of microdeletions in patients 1821 and the absence of a
discernible microdeletion in patients 23-25 (Supplementary Figure S2)
(array CGH analysis was not performed in patient 22 with a 4303-bp
microdeletion® because of the lack of DNA sample available). Thus,
together with our previous data, all the 26 patients with UPD(14)pat-
like phenotype had genetic alteration involving the imprinted region
on chromosomel4q32.2.

Consequently, the 26 patients with UPD(14)pat-like phenotype
were classified as follows: (1) 16 sporadic patients with full
UPD(14)pat and 1 sporadic patient with segmental UPD(14)pat
(UPD(14)pat group); (2) the proband of the sibling cases and two
sporadic patients with different patterns of microdeletions involving
the two DMRs, one sporadic patient with a microdeletion involving
the IG-DMR alone in whom the MEG3-DMR was epimutated, and
one patient with a microdeletion involving the MEG3-DMR alone
(deletion group); and (3) four patients with epimutations (hyper-
methylations) of both DMRs (epimutation group) (Figure 1 and
Table 1).

| UPD(i4)pat-ike phenotype (n=26) |

Methylation analysis

| Hypermethylation of |

| both DMRs (n=25)

Hypemethylation of the
MEG3-DMR alene {p=1} |

“Microsatelite analysis

UPD(14)pat (n=17) [ Biparental (n=8) || Biparental {n=1) |

“TRIGC {n=5)
« MRIPE {r1=11)
«PE {0=1)

] Microdeletion (n=5)
- Both DMRs (n=3)
« IG-DMR alone {n=1}
plus epimutation of the MEG3-DMR.
* MEGI-DMR alone {n=1)

| Nodeistion (n=4

)
; Epimutation {n=4) :

Figure 1 Classification of 26 patients with UPD(14)pat-like phenotype.
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Analysis of subtypes in patients with UPD(14)pat

Heterozygosity for at least one locus indicative of TR/GC subtype was
identified in five patients (patients 1-5), and the disomic pattern of
pericentromeric region indicated M1 non-disjunction in patients 1-4
and M2 non-disjunction in patient 5. Full isodisomy consistent with
MR/PE subtype was detected in 11 patients (patients 6-16), and
segmental isodisomy unique to PE subtype was revealed in 1 patient
(patient 17) (Table 1, Figure 1, and Supplementary Figure S3).

Analysis of parental ages

The distribution of parental ages at childbirth is shown in Figure 2.
The advanced maternal age at childbirth (>35 years) was predomi-
nantly observed in the MR/PE subtype of UPD(14)pat. Furthermore,
while the relative frequency of aged mothers (> 35 years) did not show
a significant difference between the MR/PE subtype of UPD(14)pat
(6/11) and (i) other subtypes of UPD(14)pat (1/6) (P=0.159), (ii)
deletion group (0/5) (P=0.057), and (iii) epimutation group (1/4)
(P=0.338), it was significantly different between the MR/PE subtype
and the sum of other subtypes of UPD(14)pat, deletion group, and
epimutation group (2/15) (P=0.034). Similarly, while the median
maternal age did not show a significant difference between the MR/PE
subtype of UPD(14)pat (36 years) vs (i) other subtypes of UPD(14)pat
(29.5 years) (P=0.118), (ii) deletion type (28 years) (P=0.088), and
(iii) epimutation type (30.5 years) (P=0.295), it was significantly
different between the MR/PE subtype of UPD(14)pat and the sum of
other subtypes of UPD(14)pat, deletion group, and epimutation
group (29 years) (P=0.045).

The paternal ages were similar irrespective of the genetic causes and
the UPD(14)pat subtypes. In addition, the median paternal age was
comparable between the TR/GC subtype of UPD(14)pat that postu-
lates the production of a disomic sperm (35.0 years) and the sum of
other subtypes of UPD(14)pat, deletion group, and epimutation
group that assumes the production of a normal sperm (33.5 years)
(P=0.322).

DISCUSSION

This study revealed that the UPD(14)pat-like phenotype was caused
by UPD(14)pat in 65.4% of patients, by microdeletions in 19.2% of
patients, and by epimutations in 15.4% of patients. Although the
relative frequency of underlying genetic factors for the development of
UPD(14)pat-like phenotype has been reported previously,'® most data
are derived from our previous publications. Thus, the present results
are regarded as the updated and extended data on the relative
frequency. For the relative frequency, it is notable that 25 of the 26
patients were confirmed to have normal karyotype, although chromo-
some analysis was not performed in patient 6. Thus, while Robertso-
nian translocations involving chromosome 14 is known to be a

TRIGC oceo o e o v o©

MR}PE 8 Qoo o oo 08 3 00008&6
PE o a
Microdeletion | = as = = s 2 am
Epimutation ae & o @ =8 © 39
¥ k] ; 4 E X 4 k) 1
25 30 35 40 25 30 35 40
Maternal age (yrs) Paternal age (yrs)

Figure 2 The distribution of parental ages at childbirth according to the
underlying genetic causes for the development of UPD(14)pat-like phenotype
and UPD(14)pat subtypes. Of the five plots for the TR/GC subtype, open and
black circles indicate the TR/GC subtype due to non-disjunction at paternal
M1 and M2, respectively.
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predisposing factor for the occurrence of UPD(14)pat,!'"!¢ such a
possible chromosomal effect has been excluded in nearly all patients
examined in this study.

The relative frequency of underlying causes has also been reported
in other imprinting disorders.%17"'® The data are summarized in
Table 2 (a similar summary has also been reported recently by
Hoffmann et al).!? In particular, the results in patients with normal
karyotype are available in Prader-Willi syndrome (PWS).# Further-
more, PWS is also known to be caused by UPD, microdeletions, and
epimutations affecting a single imprinting region,®!? although Silver—
Russell syndrome and Beckwith-Wiedemann syndrome (BWS) can
result from perturbation of at least two imprinted regions,'”!® and
BWS and Angelman syndrome can occur as a single gene disorder.!”!°
Thus, it is notable that the relative frequency of underlying causes is
quite different between patients with UPD(14)pat-like phenotype and
those with PWS.%1° This would primarily be due to the presence of
low copy repeats flanking the imprinted region on chromosome 15,
because chromosomal deletions are prone to occur in regions harbor-
ing such repeat sequences.?’ Indeed, two types of microdeletions
mediated by such low copy repeats account for a vast majority of
microdeletions in patients with PWS,2! whereas the microdeletions
identified in patients with UPD(14)pat-like phenotype are different to
each other. This would explain why microdeletions are less frequent
and UPD and epimutations are more frequent in patients with
UPD(14)pat-like phenotype than in those with PWS.

Advanced maternal age at childbirth was predominantly observed
in the MR/PE subtype. This may imply the relevance of advanced
maternal age to the development of MR-mediated UPD(14)pat,
because the generation of nullisomic oocytes through M1 non-
disjunction is a maternal age-dependent phenomenon.?? Although
no paternal age effect was observed, this is consistent with the previous
data indicating no association of advanced paternal age with a meiotic
error.?? For the maternal age effect, however, several matters should be
pointed out: (1) the number of analyzed patients is small, although it
is very difficult to collect a large number of patients in this extremely
rare disorder; (2) of the MR/PE subtype, the advanced maternal age is
a risk factor for the generation of MR-mediated UPD(14)pat, but not
for the development of PE-mediated UPD(14)pat; (3) it is impossible
to discriminate between maternal age-dependent M1 non-disjunction

UPD(14)pat-like phenotype
M Kagami et af

and maternal age-independent M2 non-disjunction in the MR and
GC subtypes (however, GC must be extremely rare, because it requires
the concomitant occurrence of a nullisomic oocyte and a disomic
sperm); (4) of the TR/GC subtype, the advanced maternal age is a risk
factor for the generation of GC-mediated UPD(14)pat, but not for the
development of TR-mediated UPD(14)pat; and (5) if a cryptic
recombination(s) might remain undetected in some patients with
apparently full isodisomy, this argues that such patients actually have
TR- or GC-mediated UPD(14)pat rather than MR- or PE-mediated
UPD(14)pat. Thus, further studies are required to examine the
maternal age effect on the generation of MR-mediated UPD(14)pat.
In addition, while a relationship is unlikely to exist between advanced
maternal age and microdeletions and epimutations, this notion would
also await further investigations.

Such a maternal age effect is also expected in the TR/GC subtype
maternal UPDs after M1 non-disjunction, because the generation of
disomic oocytes through M1 non-disjunction is also a maternal age-
dependent phenomenon.” Indeed, such a maternal age effect has been
shown for PWS patients with normal karyotype; the maternal age at
childbirth was significantly higher in patients with heterodisomy for a
very pericentromeric region indicative of TR/GC subtype
UPD(15)mat after M1 non-disjunction than in those with other
genetic causes.®? For various chromosomes other than chromosome
15, furthermore, since maternal age at childbirth is higher in patients
with maternal heterodisomy than in those with maternal isodisomy,?*
this would also argue for maternal age effect on the development of
maternal UPDs. However, in the previous studies on maternal UPDs
other than UPD(15)mat, the available data are quite insufficient to
assess the maternal age effect. For example, although a relatively large
number of patients with UPD(14)mat phenotype have been reported
in the literature (reviewed in reference Hoffmann et al),!® we could
identify only six UPD(14)mat patients with normal karyotype in
whom maternal age at childbirth was documented and microsatellite
analysis was performed.>>? Furthermore, the microsatellite data are
insufficient to identify the subtype of UPD(14)mat and to distinguish
between M1 and M2 non-disjunction in the TR/GC subtype. Thus,
while the maternal age at childbirth may be advanced in five patients
with apparently TR/GC-mediated UPD(14)mat (27, 35, 37, 41, and 44
years)?>272%30 (the maternal age at childbirth in the remaining one

Table 2 Relative frequency of genetic mechanisms in imprinting disorders

UPD(14)pat-like phenotype BWS SRS AS PWS
Uniparental disomy 65.4% 16% 10% 3-5% 25% (25%)
UPD(14)pat UPD(11)pat (mosaic) UPD(7)mat UPD(15)pat UPD(15)mat
Cryptic deletion 19.2% Rare — 70% 70% (72%)
Cryptic duplication e e Rare — e
Epimutation
Hypermethylation 15.4% 9% - — 2-5% (2%)
Affected DMR IG-DMR/MEG3-DMR HI19-DMR — — SNRPN-DMR
Hypomethylation — A44% >38% 2-5% —
Affected DMR KvDMR1 HI19-DMR SNRPN-DMR
Gene mutation — 5% — 10-15% —
Mutated gene CDKNIC UBE3A
Unknown 25% >40% 10%
Reference This study 17 18 19 8,19

Abbreviations: AS, Angelman syndrome; BWS, Beckwith-Wiedemann syndrome; PWS, Prader-Willi syndrome; SRS, Silver—Russell syndrome.

Patients with abnormal karyotypes are included in BWS and AS, and not included in SRS. In PWS, the data including patients with abnormal karyotypes are shown, and those from patients with
normal karyotype alone are depicted in parentheses.
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patient with apparently MR/PE-mediated UPD(14)mat is 40 years),?®
the notion of a maternal age effect awaits further investigations for
UPD(14)mat.

Finally, it appears to be worth pointing out that methylation
analysis invariably revealed hypermethylated DMR(s) in all the 26
patients who were initially ascertained because of bell-shaped thorax
with coat-hanger appearance of the ribs. This indicates that methyla-
tion analysis of the DMRs can be utilized for a screening of this
condition, and that the constellation of clinical features in the
UPD(14)pat-like phenotype, especially the bell-shaped thorax with
coat-hanger appearance of the ribs, is highly unique to patients with
UPD(14)pat-like phenotype.

In summary, this study confirms the relative frequency of under-
lying genetic causes for the UPD(14)pat phenotype and reveals the
relative frequency of UPD(14)pat subtypes. Furthermore, the results
emphasize the difference in the relative frequency of underlying
genetic causes among imprinted disorders, and may support a possible
maternal age effect on the generation of the nullisomic oocyte
mediated UPD(14)pat. Further studies will permit a more precise
assessment on these matters.
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TO THE EDITOR:

We wish to congratulate the authors on their detailed review of
Pitt—Hopkins syndrome (PTHS, [OMIM 610954]) published in a
recentissue of thisjournal [Marangi etal.,2011]. PTHS representsa
rare disorder with characteristic facial gestalt, episodic hyperventi-
lation, and severe developmental delay with absent speech [Pitt and
Hopkins, 1978]. Haploinsufficiency of transcription factor 4
(TCF4) gene at chromosome 18q21.2 is responsible for PTHS
[Brockschmidt et al., 2007; Zweier et al., 2007]. The comprehensive
review by Marangi et al. illustrated that TCF4 point mutations,
balanced translocations spanning the TCF4 locus, and even very
large 18q deletions can result in the distinctive PTHS phenotype as
long as the TCF4 locus is deleted. Here, we wish to demonstrate that
ring (18) mosaicism represents yet another mechanism leading to
the classic PTHS phenotype.

The propositus was born to unrelated Japanese parents. Her
family history was non-contributory, with one older sister who is
developing normally. The propositus was born at 40 and 1/7 weeks
gestation via normal spontaneous vaginal delivery. Her birth weight
was 2,805 g, and her head circumference was 32.3 cm. Soon after
birth, she exhibited frequent episodes of projective vomiting caused
by severe gastroesophageal reflux. Subsequently, she developed
recurrent aspiration pneumonia requiring multiple hospital admis-
sions. A magnetic resonance imaging of the brain at the age of 23
monthsrevealed “delayed myelination” consistent with an age of 15
months but no other major structural abnormalities. A G-band
chromosome analysis performed at that time was reportedly nor-
mal. She was first presented to us at the age of 3 years because of
severe developmental delays. Her weight was 9.8kg (—2.1 SD),
height 83.8 cm (—2.1 SD), and head circumference 44.4 cm (—3.2
SD). Upon examination, she had a happy disposition with unex-
pected laughing, clapping of her hands and absent speech, micro-
cephaly, global hypotonia, scoliosis, a short neck and syndactyly,
and bilateral single palmar creases. Her finger pads were not

© 2012 Wiley Periodicals, Inc.
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prominent. She had characteristic facial features, that is, midfacial
hypoplasia, a short philtrum, separated incisors, fleshy ears, down-
ward slanting eyes, a pointed chin, macroglossia, and a prominent
lowerlip (Fig. 1). There was no apparent brachycephaly (Fig. 1). The
serum IgA level was within the normal range, that is, 95 mg/dl [age
reference 60—354 mg/dl]. She started to have generalized seizures at
the age of 3 years. She is currently 11 years old and is unable to sit
without support or to communicate verbally. She has been severely
constipated requiring a daily enema. She exhibits episodic apnea-
hyperpnea, often provoked by emotional excitement.

A FISH analysis using a BAC probe spanning the TCF4 locus
(RP11-1079G18) was performed using a buccal swab specimen, and
a mosaic deletion in 97.7% of the cells was revealed (Fig. 2a). An
extensive chromosomal G-band analysis of a peripheral blood
sample showed 5 ring (18) cells out of the 110 cells that were
studied, yielding an average prevalence of one abnormal copy in 22
cells (Fig. 2b). An array comparative genomic hybridization (CGH)
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analysis of her peripheral blood that was performed concurrently
with the FISH analysis revealed a 29.12-Mb deletion from position
46,962,563 to 76,083,258 in 18q21.2-q23 and a 1.5-Mb deletion
from position 108,560 to 1,617,028 in 18p11.32. The mosaic ratio
estimated from an array CGH analysis was 26% according to the
method described by Cheung et al. {2007].

The patient reported herein suggests that a ring (18) mosaicism
can cause PTHS. A mosaic ring chromosome has not been recog-
nized as a cause of PTHS, although there have been two PTHS
patients due to mosaic deletion of TCF4 [Giurgea et al., 2008;
Stavropoulos et al., 2010]. It was difficult to ascertain whether
PTHS has been overlooked in patients with ring (18) mosaicism,
since cytogenetic confirmation of TCF4 involvement has
never performed in reported patients with ring (18) mosaicism
[Lo-Castro et al., 2011].

In retrospect, reaching a correct diagnosis in the propositus was
not a straightforward process: a pointed chin in the presence of
autism, epilepsy, and a happy disposition with unexpected laughing
was suggestive of Angelman syndrome [MIM 105830], whereas
hand clapping in the presence of autism and epilepsy was reminis-
cent of Rett syndrome [MIM 312750], especially in females. Indeed,
we had to perform a round of methylation studies and a UBE3A
mutation analysis for Angelman syndrome as well as MECP2
mutation analysis before reaching a correct diagnosis. Because
PTHS is gradually gaining recognition as differential diagnosis
of Angelman syndrome and Rett syndrome among pediatric neu-
rologists, we did perform a FISH for TCF4 on peripheral blood cells,
but the test was interpreted as negative apparently because of the
extremely low level of mosaicism of the ring (18). Her diagnosis
would have been easily missed without performing a FISH using a
buccal mucosa sample or an array CGH.

Indeed, the large discrepancy in the level of mosaicism in
two aspects of the propositus hindered the diagnosis: first,
there was a discrepancy between the mosaic ratio in the peripheral
blood obtained from a G-band analysis (5/110) and that estimated
from an array CGH analysis (26%). This discrepancy reflects
the preferential selection of normal cells (46, XX cells) during
the PHA stimulation of T cells required in the G-banding analysis.
The array CGH analysis, which does not depend on the PHA
stimulation process, is not subject to such an artifactual bias in
the assessment of the mosaic rate [Ballif et al., 2006]. Not unex-
pectedly, in retrospect, the initial G-band analysis failed to detect
the presence of cells with ring (18) chromosomes. Second, there was
a discrepancy between the mosaic ratio in the peripheral blood
evaluated using the array CGH analysis and that obtained from an
interphase FISH study using the buccal smear. Since buccal smear
FISH is not subject to the selection bias discussed above, the
difference in the mosaic rate likely reflects a true difference in
the level of mosaicism among tissues (i.e., peripheral blood vs.
buccal cells). Itis not clear whether the high percentage of abnormal
cells in the buccal smear represents the situation in her central
nervous system. Given her profound neurological disability,
we suspect that her brain tissue may contain a very high percentage
of abnormal cells. The situation is quite comparable to Pallister—
Killian syndrome (tetrasomy 12p mosaicism), in which a diagnosis
is dependent on a FISH study of non-blood tissues [Manasse
et al., 2000] or an array CGH study of the blood [Theisen et al.,
2009].

Clearly, the haploinsufficiency of deleted genes on chromosome
18q other than TCF4 has contributed to the phenotype of the
propositus. The propositus exhibited macroglossia and delayed
myelination. Macroglossia has been described in patients with
Beckwith—Wiedemann like phenotype and 18q deletion [Brewer
et al., 1998; Lirussi et al., 2007]. However, the propositus did not
have other features of Beckwith—-Wiedemann syndrome, such as
overgrowth. The initial brain MRI of the propositus reported
delayed myelination, which could be attributable to the deletion
of myelin basic protein (MBP, OMIM #159430) located in 18923
[Popko et al., 1987]. Although severe mental retardation with
autistic features can be seen both in 18q deletion syndrome and
in PTHS, episodic hyperventilation observed in the propositus is a
distinctive feature of PTHS [OQuvrier, 2008]. On the other hand,
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some commonly observed features of PTHS were not apparent.
The propositus did not have characteristic facial features such
as a pointed nasal tip, flaring nostrils, or brachycephaly, which
are known features of PTHS [Zweier et al., 2007]. Moreover,
Lehalle et al. [2011] reported that several individuals with PTHS
have prominent finger pads, which were not apparent in the
propositus. The absence of these features might be a consequence
of the haploinsufficiency of genes other than TCF4.

In summary, an extensive and thorough investigation of
the TCF4 locus, including that on a mosaic ring (18), should
be performed in patients with a high clinical suspicion of
PTHS.
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Array-based technologies have led to the identification of many
novel microdeletion and microduplication syndromes demon-
strating multiple congenital anomalies and intellectual disability
(MCA/ID). We have used chromosomal microarray analysis for
the evaluation of patients with MCA/ID and/or neonatal hypo-
tonia. Three overlapping de nove microdeletions at 5¢31.3 with
the shortest region of overlap (SRO) of 370 kb were detected in
three unrelated patients. These patients showed similar clinical
features including severe neonatal hypotonia, neonatal feeding
difficulties, respiratory distress, characteristic facial features,
and severe developmental delay. These features are consistent
with the 5¢31.3 microdeletion syndrome originally proposed by
Shimojima et al., providing further evidence that this syndrome
is clinically discernible. The 370 kb SRO encompasses only four
RefSeq genes including neuregulin 2 (NRG2) and purine-rich
element binding protein A (PURA). NRG2is one of the members
of the neuregulin family related to neuronal and glial cell growth
and differentiation, thus making NRG2 a good candidate for the
observed phenotype. Moreover, PURA is also a good candidate
because Pura-deficient mice demonstrate postnatal neurological
manifestations. © 2012 Wiley Periodicals, Inc.

Key words: 5931.3 deletion syndrome; neonatal hypotonia; neu-
regulin 2; purine-rich element-binding protein A

INTRODUCTION

Recently developed array-based technology has identified many
novel microdeletion and microduplication syndromes demon-
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strating multiple congenital anomalies and intellectual disability
(MCA/ID) [Li and Andersson, 2009]. Because of a high detection
ratio compared to conventional cytogenetic technology, array-
based analysis has been suggested as the first-tier cytogenetic
diagnostic test for patients with MCA/ID [Miller et al., 2010].
However, the detailed clinical presentation and/or candidate genes
responsible for the respective phenotypes in many such newly
detected syndromes remain to be elucidated.
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Several constitutional microdeletions involving 5¢31 have been
reported [Mosca et al., 2007; Shimojima et al., 2011]. Recently,
Shimojima et al. reported two patients with overlapping micro-
deletions at 5q31.3. Their condition was named the 5q31.3 micro-
deletion syndrome because the patients showed clinical features
including severe developmental delay, distinctive facial features,
and delayed myelination [Shimojima et al., 2011]. We have iden-
tified and characterized three additional patients with microdele-
tions at 5q31.3 that overlap with the deleted regions observed in the
patients reported by Shimojima et al. [2011]. These patients
exhibited strikingly similar clinical features to those observed in
the patients reported by Shimojima et al. The genotype—phenotype
correlation of these patients narrowed the shortest region of overlap
(SRO) of 5q31.3 microdeletion syndrome in this study.

One patient was initially deposited in the DECIPHER database
(Database of Chromosomal Inbalances and Phenotype in Humans
using Ensemble Resources, https://decipher.sanger.ac.uk), and the
corresponding DECIPHER number is given.

PATIENT AND METHOD
Clinical Report

Patient 1. This 6-year-old Japanese boy was born at 40 weeks
and 6 days to healthy parents without perinatal events. Birth weight
was 3,888 g (>97th centile), length 52.5cm (>97th centile) and
head circumference 37 cm (>97th centile). Soon after birth he was
noted to have hypotonia and was admitted to a neonatal intensive
care unit (NICU). His early course was relevant for mild respiratory
distress and severe feeding difficulties prompting tube feedings. At
3 months of age, he was suspected to have Prader—Willi syndrome
(PWS) because of neonatal hypotonia, developmental delay
and feeding difficulties, but normal DNA methylation studies
excluded this diagnosis [Kubotaetal., 1997]. In the neonatal period,
his face appeared hypotonic. He did not have limbs or genital
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abnormalities. His motor development was severely delayed. He
acquired head control and rolled over at 2 years of age. He
developed tonic seizures during sleep at the age of 4 years. Electro-
encephalogram (EEG) demonstrated multifocal spike foci. The use
of valproic acid and nitrazepam successfully controlled his epilepsy.
MRI of the brain performed at 4 years and 7 months of age, showed
mild temporal lobe volume loss but no other structural anomalies.
Myelination delay was not evident (Fig. 1A). At 6 years of age, he was
unable to sit alone. His weight, height and head circumference were
17.6kg (25th centile), 110cm (25th centile), and 50.7 cm (50
centile), respectively. He still required tube feedings. His mental
development was profoundly delayed with no meaningful words.
He presented with facial dysmorphic features that include a narrow
forehead with prominence of the metopic region, lateral sparseness
of the eyebrows, hypertelorism, depressed nasal bridge, high palate,
open-tented mouth, marked philtrum, and micrognathia (Fig. 2A).
Patient 2. This 12-year-old Japanese girl was born at 42 weeks
and 2 days to healthy parents. Delivery was uneventful and she did
not have neonatal asphyxia. Birth weight was 3,372 g (90th centile),
length 55.0 cm (>97th centile) and head circumference 34.3 cm
(75th centile). At day 3, she was noted to have hypotonia and
feeding difficulties and tube feedings were initiated on day 7. She
developed respiratory distress at day 10 and she was transferred to
NICU for oxygen therapy. Her condition gradually improved, and
oxygen therapy was stopped in a month, but tube feedings con-
tinued for additional 50 days. Her development was significantly
delayed and she acquired head control at 6 months, and was able to
walk without support at 6 years. MRI at 1 year and 10 months did
not show structural abnormalities, but demonstrated mild myeli-
nation delay (Fig. 1B). She had no meaningful words at 12 years
indicating severe intellectual disability. She had dysmorphic facies
with narrow forhead and prominence of the metopic region, lateral
sparseness of the eyebrows, hypertelorism, downslanting palpebral
fissures, depressed nasal bridge, open and tented mouth, high
palate, marked philtrum, and micrognathia (Fig. 2B). She did
not have short stature, limb, or genital abnormalities. She did
not have epilepsy. EEG at 9 years did not show epileptics discharges,
while background activity was relatively slow for her age.
Patient 3 (DECIPHER #248784). This 15-month-old boy was
born at 37 weeks and 1 day of gestational age with a birthweight of
3,150 g to a then 33-year-old female via spontaneous vaginal
delivery. The pregnancy was complicated by type 1 diabetes mellitus
and a history of group B streptococcus infection. Mild respiratory
distress was seen after delivery. He then developed multiple epi-
sodes of apnea and was noted to have severe axial hypotonia. He also
showed feeding difficulties due to laryngomalacia. He was evaluated
by the Genetic Service at 34 days of age because of severe axial
hypotonia, neonatal feeding difficulties and hypoventilation. Clin-
ical examination revealed his weight, length, and head circum-
ference to be 3,945 g (50th centile), 54 cm (75th centile), and 38 cm
(90th centile), respectively. His facial features revealed a narrow
forehead, prominence of the metopic region, hypertelorism,
depressed nasal bridge, high palate, open-tented mouth, marked
philtrum, and micrognathia. His physical examination revelead
undescended right testis, axial hypotonia and diminished reflexesin
all four extremities. His brain MRI at 10 days of age showed a
simplified frontal gyral pattern and diffuse mild T2 weighted high

signal intensity in the white matter (Fig. 1C). Athis last neurological
clinic visit at 15 months of age he had significant central hypotonia
but his deep tendon reflexes were present and equal bilaterally. The
patient was also found to have hyperekplexia. An EEG video
monitoring study done at the same age was mildly abnormal
due to diffuse background slowing without asymmetry between
hemispheres. The described clinical events captured during this
recording (eye deviation upward to the left at rest or during
photic stimulation, startle response, and blank staring spells) did
not have an EEG correlation suggesting the diagnosis of non-
epileptic spells. He was found to have moderate global develop-
mental delay but he continued to make developmental progress. He
achieved head control, rolled both ways, lifted his head up and was
able to do prop sitting. He cooed and smiled but had no intelligible
words.

Microarray Analysis

Genome-wide copy number changes were investigated using the
Genome-Wide Human SNP Nsp/Sty Array Kit 5.0 for Patient 1 and
Patient 2 (Affymetrix, Santa Clara, CA) or Agilent platform (Baylor
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