Chromosome Res (2012) 20:659-672
DOI 10.1007/s10577-012-9300-5

Visualization of the spatial positioning of the SNRPN, UBE3A,
and GABRB3 genes in the normal human nucleus by three-color 3D

fluorescence in situ hybridization

Rie Kawamura - Hideyuki Tanabe -
Takahito Wada - Shinji Saitoh -
Yoshimitsu Fukushima - Keiko Wakui

Received: 13 February 2012 /Revised: 14 June 2012 / Accepted: 14 June 2012 /Published online: 17 July 2012
© The Author(s) 2012. This article is published with open access at Springerlink.com

Abstract The three-dimensional (3D) structure of
the genome is organized non-randomly and plays
a role in genomic function via epigenetic mecha-
nisms in the eukaryotic nucleus. Here, we analyzed
the spatial positioning of three target regions; the
SNRPN, UBE3A4, and GABRB3 genes on human
chromosome 15q11.2—q12, a representative cluster
of imprinted regions, in the interphase nuclei of B
lymphoblastoid cell lines, peripheral blood cells,
and skin fibroblasts derived from normal individuals
to look for evidence of genomic organization and
function. The positions of these genes were simul-
taneously visualized, and all inter-gene distances
were calculated for each homologous chromosome
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in each nucleus after three-color 3D fluorescence in
situ hybridization. None of the target genes were
arranged linearly in most cells analyzed, and
GABRB3 was positioned closer to SNRPN than
UBE3A4 in a high proportion of cells in all cell
types. This was in contrast to the genomic map in
which GABRB3 was positioned closer to UBE3A
than SNRPN. We compared the distances from
SNRPN to UBE3A (SU) and from UBE3A to
GABRB3 (UG) between alleles in each nucleus, 50
cells per subject. The results revealed that the gene-
to-gene distance of one allele was longer than that
of the other and that the SU ratio (longer/shorter SU
distance between alleles) was larger than the UG ratio
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(longer/shorter UG distance between alleles). The UG
distance was relatively stable between alleles; in con-
trast, the SU distance of one allele was obviously
longer than the distance indicated by the genome size.
The results therefore indicate that SNRPN, UBE3A,
and GABRB3 have non-linear and non-random curved
spatial positioning in the normal nucleus, with differ-
ences in the SU distance between alleles possibly rep-
resenting epigenetic evidence of nuclear organization
and gene expression.

Keywords Genome organization - Spatial positioning -
3D-FISH - SNRPN - Chromatin - Epigenetic

Abbreviations

3C Chromosome conformation capture

3D Three dimensional

4C 3C-on chip or circular 3C

AS Angelman syndrome

BAC Bacterial artificial chromosome

CT Chromosome territory

FBs Skin fibroblasts

FISH Fluorescence in situ hybridization

FPC Fluorescence peak center

GABRB3 Gamma-aminobutyric acid (GABA) A
receptor, beta 3

IQR Interquartile range

LCLs B lymphoblastoid cell lines

PB Peripheral blood

PWS Prader—Willi syndrome

SNRPN  Small nuclear ribonucleoprotein polypep-
tide N

UBE34  Ubiquitin-protein ligase E3A

Introduction

Recent experimental and computational advances
have generated spatial information about nuclear
architecture. We now know that the human genome,
containing some 23,000 genes and 3.2 billion base
pairs of DNA, is distributed among the 22 pairs of
autosomes and two sex chromosomes, all of which
are packed into the current chromatin compaction
model. Interphase chromosomes are generally con-
sidered to be less condensed than their mitotic coun-
terparts. To understand the complex workings of the
genome in full, it is necessary to consider its three-
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dimensional (3D) organization, rather than relying on
linear information alone (Laster and Kosak 2010; Joffe
et al. 2010). According to recent studies, higher-order
chromatin organization and the spatial arrangement of
genomic regions within the nucleus seem to play an
important role in genome function via epigenetic mech-
anisms (Sproul et al. 2005; Lanctot et al. 2007; Fraser
and Bickmore 2007; Takizawa et al. 2008; Solovei et al.
2009; Ferrai et al. 2010; Egecioglu and Brickner 2011).
Such findings were obtained by microscopic and, more
recently, non-microscopic approaches. Microscopic
techniques, such as 3D fluorescence in situ hybridiza-
tion (3D-FISH) analysis, which although limited in
resolution, provide spatial information such as physical
distance, shape, and localization at the single-cell level
(Shopland et al. 2006, Cremer and Cremer 2010;
Crutchley et al. 2010). In 3D-FISH, radial positions
and gene-to-gene distance are analyzed by the hybrid-
ization of probes to 3D-preserved nuclei. 3D-FISH
studies have shown that individual chromosomes occu-
py discrete compartments called chromosome territories
(CTs) that do not overlap with each other while adopting
a preferential radial position within the nucleus. In many
cell types, the radial organization of CTs is dependent
on gene density or chromosome size. For instance, in
rather spherically shaped nuclei, such as in lym-
phocytes, gene-dense chromosomes are located
more internally while gene-poor chromosomes are
located more peripherally (Croft et al. 1999; Boyle
et al. 2001; Cremer et al. 2001; Tanabe et al.
2002). Bolzer et al. (2005) were the first to use
24-color 3D-FISH to simultaneously detect all
chromosomes in human fibroblasts of interphase
nuclei, presenting 3D maps of all CTs. Some
genes change their nuclear location depending on
gene activity (Lanctot et al. 2007; Meaburn et al.
2007; Solinhac et al. 2011). For example, some genes
loop out from their CT when active (Volpi et al. 2000;
Williams et al. 2002; Mahy et al. 2002; Chambeyron
and Bickmore 2004; Kiipper et al. 2007; Ferrai et al.
2010). In this way, various genome organization phe-
nomena have been microscopically observed.
Non-microscopic studies, such as chromosome
conformation capture (3C) and 3C-based analysis,
including 3C-on chip or circular 3C (4C), 3C-carbon
copy (5C), chromatin interaction analysis by paired-
end tag sequencing (ChIA-PET), and Hi-C, which
although requiring large numbers of cells, provide
spatial information of physical contact between
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chromatin segments at a high resolution (Dekker et al.
2002; Simonis et al. 2006; Zhao et al. 2006; Dostie et
al. 2006; Fullwood et al. 2009; Lieberman-Aiden et al.
2009; Handoko et al. 2011). In particular, 3C-based
methods make it possible to determine genome-wide
chromatin interaction frequency. In the 3C method, the
frequency of spatial contacts between genomic loci is
analyzed using formaldehyde cross-linking, ligation,
and locus-specific PCR (Dekker et al. 2002). Several
3C and 3C-based studies have suggested that long-range
chromatin interactions are involved in the epigenetic
regulation of gene expression (Simonis et al. 2007; de
Wit and de Laat 2012). For instance, the higher-order
chromatin conformation at some loci differs between
maternal and paternal alleles, and is correlated with the
formation of CCCTC-binding factor (zinc finger pro-
tein) (CTCF)-dependent parent-of-origin specific loops
(Murrell et al. 2004). Long-range looping interactions
between genes can occur over a genomic distance of a
few kb to tens of Mb (Simonis et al. 2006; Lieberman-
Aiden et al. 2009; van Steensel and Dekker 2010).
Furthermore, chromatin contacts not only occur be-
tween specific short functional elements, such as
enhancers and promoters, but also over larger chromo-
somal domains, such as intrachromosomal (cis), inter-
chromosomal (trans), and genomic environment
contacts, when active genes share a transcription factory
(Crutchley et al. 2010; van Steensel and Dekker 2010).
Consequently, it seems that chromatin communicates as
a spatial network in interphase nuclei. Such approaches
complement each other by offering new insight into
genomic spatial organization and function in the nucleus
(Dekker 2008; Cremer and Cremer 2010; Crutchley et
al. 2010, de Wit and de Laat 2012).

Despite previous findings, information on the rela-
tionship between genomic organization and function
remains limited. In an attempt to further investigate,
we focused on the following three genes in imprinted
loci on 15q11.2—q13: SNRPN, which exhibits monoal-
lelic (paternal) expression; UBE3A, which exhibits
tissue-specific (e.g., brain) maternal expression; and
GABRB3, which exhibits biallelic expression. Human
chromosome 15q11—q13, a region subjected to genomic
imprinting, is responsible for Prader—Willi syndrome
(PWS) and Angelman syndrome (AS) (Horsthemke
and Wagstaff 2008). The lack of a functional paternal
copy of 15q11—q13 causes PWS, while the lack of a
functional maternal copy of UBE3A causes AS. Several
groups have studied the spatial organization of 15q11—

q13 using 3D image analysis. For example, Nogami et
al. (2000) examined the relationship between SNRPN
and chromosome territory in human myeloid leukemia
HL60 cells. Teller et al. (2007) investigated the 3D
distance between PWS/AS homologous regions in
human lymphocytes, fibroblasts, and a gorilla lym-
phoblastoid cell line to examine the ‘“chromosome
kissing” hypothesis during the late S phase of inter-
phase. Rauch et al. (2008) studied chromatin architec-
ture within the PWS locus in a human lymphoblastoid
cell line and fibroblast cell nuclei. They measured 3D
distance between two of four probes located within
230 kb and analyzed chromatin compaction using
computer simulations. However, they found no
clearly detectable differences between the active
and inactive PWS domains.

Although various observations have accumulated
regarding the imprinted regions of PWS/AS, there are
still insufficient data from a spatial viewpoint with
regard to the relationship between higher-order chro-
matin configuration and gene activity. To the best of
our knowledge, this is the first study to use three-color
3D-FISH to investigate spatial organization in the
PWS/AS regions of three consecutive genomic
regions—SNRPN, UBE3A, and GABRB3—in the nuclei
of human B lymphoblastoid cell lines (LCLs), periph-
eral blood (PB) cells, and skin fibroblasts (FBs) derived
from normal individuals.

In this study, we measured all 3D inter-gene distan-
ces between two of three target genes on each homolo-
gous chromosome in each cell to search for new
evidence of genomic organization and function. As
activity of the imprinted genes differs according to
parental origin, simultaneous visualization of the genes
by three-color 3D-FISH at the single-cell level was the
only feasible approach, regardless of advances in 3C
and 3C-based analyses. Here, we report both the regu-
larity and differences in spatial organization among the
three target regions in the nucleus. Our results provide
possible epigenetic evidence of a relationship between
gene-to-gene distance and genome function.

Materials and methods
Cell materials and preparation of specimens

Epstein—Barr virus-transformed human B LCLs,
mononuclear cells isolated from whole heparinized
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PB cells, and FBs from a healthy female individual
with normal karyotype (F-LCL, F-PB, and F-FB), and
LCLs and PB cells from a healthy male individual
with normal karyotype (M-LCL and M-PB) were
obtained for 3D-FISH analyses. Ethical approval for
this project was granted by the Institutional Review
Board of Shinshu University School of Medicine.

PB cells were isolated by Ficoll-Paque density gradi-
ent centrifugation, and red blood cells were removed
using RBC Lysis Solution (Qiagen). PB cells were resus-
pended in saline at a concentration of approximately 1 x
107 cells/mL.

LCLs and FBs in culture were synchronized for
collection of large cell populations at G1 phase by
the double-thymidine block method according to the
standard procedure (Harper 2005) with minor modifi-
cations to analyze under conditions similar to PB cells
at GO phase. The releasing time was decided according
to the doubling time of each cell type. LCLs were
maintained in 10 % fetal bovine serum (FBS)/Roswell
Park Memorial Institute 1640 (RPMI) medium at 37 °C
in an atmosphere of 5 % CO,. Exponentially growing
LCLs were blocked with excess thymidine (2 mM) for
12 h, and released for 12 h, then blocked again for 12 h,
after that they were released for 15 h to synchronized G1
phase. LCLs were resuspended in 10 % FBS/RPMI at a
concentration of approximately 1x10” cells/mL. Sus-
pended PB cells and LCLs from each subject were
incubated at 37 °C for 1 h on poly-L-lysine-coated glass
coverslips (24 %60 mm). FBs were grown on coverslips
with 10 % FBS/Dulbecco’s modified Eagle’s medium at
37 °Cin 5 % CO, and were blocked with 2 mM thymi-
dine for 12 h, then released for 12 h, and blocked again at
12 h, after that they were released for 15-15.5 h. The
percentages of the cell cycle phase fractions of G0/G1, S,
and G2/M in cultured cells were analyzed using FACS-
Calibur and CellQuest Pro software (Becton Dickinson).
More than 75 % GO0/G1 cell populations of synchronized
LCLs and FBs were used for 3D-FISH analyses.

All cell materials on coverslips were fixed and pre-
pared to obtain 3D preserved cell nuclei according to the
methods described previously (Cremer et al. 2001; Solo-
vei et al. 2002) with slight modifications as follows. All
coverslips with cells for 3D-FISH analysis were briefly
washed with phosphate-buffered saline (PBS), fixed in
4 % paraformaldehyde (PFA) in 0.3 xPBS for 10 min,
and washed again in PBS. For permeabilization, cells
were treated with 0.5 % saponin and 0.5 % Triton X-100
in PBS for 20 min, washed in PBS, and after incubation
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in 20 % glycerol in PBS for at least 30 min, subjected to
repeated freeze—thaw cycles in liquid nitrogen five
times. After washing cells again in PBS, they were
incubated for 10 min in 0.1 N HCI, washed in PBS,
incubated in 0.002 % pepsin in 0.01 N HCl at 37 °C for
2—6 min, and washed with 0.05 M MgCl, in PBS. Cells
were postfixed with 1 % PFA in PBS for 10 min, washed
in PBS, and then in 2x SSC for 5 min. Cells on cover-
slips were stored at 4 °C in 50 % formamide in 2x SSC
until hybridization.

FISH probes

For measurement of gene-to-gene 3D distance in
nuclei, we focused on one of the representative
clusters in a human imprinting region that includes
the SNRPN, UBE3A4, and GABRB3 genes mapped
on 15q11.2—ql12 within the region responsible for
PWS and AS. SNRPN is a gene with paternal-only
expression, UBE3A is the gene responsible for AS
and shows maternal>paternal tissue-specific expres-
sion, and GABRB3 is expressed from both parental
alleles (Horsthemke and Wagstaff 2008).

Five human bacterial artificial chromosome (BAC)
clones were selected by genome data base and pur-
chased from BACPAC Resources at Children’s Hos-
pital and Research Center (Oakland) as three target
regions of FISH probes. The probe S region including
the SNRPN gene (RP11-98D02 and RP11-642G3), the
probe U region including UBE3A4 (RP11-234J13), and
the probe G region including GABRB3 (RP11-48C8
and RP13-687N06) (Fig. 1a). Each BAC clone DNA
was cultured and extracted using the standard alkaline
lysis mini-prep protocol and tested for correct chro-
mosomal location and the absence of signals on the
pericentromeric region of one chromosome 15 homo-
log using metaphase spreads of LCLs from a PWS
patient with a deletion of 15q11.2—q13 (PWS-del) by
FISH. It was confirmed that the signal of each BAC
clone was absent on one chromosome 15q homolog of
the metaphase from PWS-del.

According to the primary structure of the human
genome, the center of probe S to the center of
probe U (SU region) is physically separated by
about 451 kb, and the center of probe U to the
center of probe G (UG region) is about 1,298 kb;
thus SU region:UG region=0.35:1. If chromosome
condensation occurs over the entire chromosome,
this proportion must remain the same.
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Fig. 1 a Probe design for three-color 3D-FISH analysis of the
target region on human chromosome 15q11.2—q12. b, ¢ Visual-
ization of three-color 3D-FISH on structurally preserved human
LCL nuclei and an image of 3D distance measurements. FISH
with probes S (green), U (red), and G (magenta), showing the
SNRPN, UBE3A4, and GABRB3 genes, respectively. Nuclei were
counterstained with DAPI (blue). 3D reconstruction (¢) was

Three-color 3D-FISH and probe detection

About 0.5 pug of DNA from each probe was used
for each hybridization. Probe S, probe U, and probe
G were labeled using a nick-translation kit (Abbott)
with SpectrumGreen-dUTP, SpectrumOrange-dUTP
(Abbott), and Cy5-dCTP (GE Healthcare), respec-
tively, according to the manufacturer’s protocol, to
measure gene-to-gene distances on each homolo-
gous chromosome 15.

3D-FISH and probe detection were performed
according to protocols described elsewhere (Cremer
et al. 2001; Solovei et al. 2002) with slight
modifications.

Labeled probe DNAs of three target regions and Cot-
1 DNA were mixed and subjected to ethanol precipita-
tion, and then resuspended in hybridization solution
(50 % formamide and 10 % dextran sulfate in 2x
SSC). The probes were predenatured at 80.5 °C for
6 min and placed on ice for 1 min. Denatured probes
were applied to the coverslips on which fixed cells,
covered with smaller coverslips (18%18 mm), and

Probe G
(295 kb)

carried out from the captured image (b) obtained with Imaris
software. Each signal spot was generated using the coordinate
value from the FPC of each probe (i.e., probes S (green), U
(red), and G (magenta)). Grid space, 1 pm. d Diagram of the
relative 3D intergenic distance measurements. Circles colored
light yellow represent the assumed chromosome territories 15.
S1U1<S202 distance

sealed. The coverslip specimens were denatured at
75 °C for 5 min, and hybridization was performed in a
moist chamber at 37 °C for 3—4 days. The specimens
were washed in 2x SSC, 0.1x SSC at 60 °C, 4x SSC
with 0.2 % Tween 20, and 4x SSC. Nuclear DNA was
counterstained with 4’',6-diamidino-2-phenylindole
(DAPI) and the slides were mounted in Vectashield
Antifade (Vector).

Confocal microscopic Image

Nuclei were scanned with a four-channel laser-scanning
confocal microscope (Zeiss LSM5 EXCITER; Carl Zeiss
Microlmaging GmbH) equipped with a Plan-Apochromat
63x/1.4 Oil DIC objective lens. For each optical section,
images were collected sequentially for four fluorochromes
(SpectrumGreen, SpectrumOrange, Cy5, and DAPI) using
blue diode (405 nm), argon (488 nm), and helium-neon
(543/633 nm) lasers, respectively.

To improve the signal-to-noise ratio, each sectional
image obtained was an average of two successive
scans. The focus z-step between sections was
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0.364 um. Stacks of 12-bit grayscale two-dimensional
images were obtained with 512x140-320 pixels in
each channel.

Confocal image stacks were processed with the
microscope operating software (ZEN; Carl Zeiss
Microlmaging GmbH) and saved as LSM files. More
than 50 nuclear images were captured from each cell
material. Nuclei from cultured cells with singlet-
singlet signals were adopted for calculation as in G1
phase of the cell cycle but with doublet-doublet or
singlet-doublet signals for each probe, which were
suspected to be in S or G2 phase, were not selected
for capture.

Quantitative 3D evaluation

We specified the 3D coordinates of three target
regions at a time in each cell and calculated the
actual measured value between two of the three
regions, and then determined the spatial organiza-
tion among these regions in the nucleus. Various
3D measurement data, such as the coordinate value
of the fluorescence peak center (FPC) of each sig-
nal/nucleus volume/sphericity/ellipsoid axis length x,
¥, and z, were obtained using scientific 3D and 4D
image processing and analysis software (Imaris,
Imaris MeasurementPro, and ImarisCell; Bitplane).

Nuclei with sphericity of <0.5, suspected to be
unable to maintain initially ordered 3D structures of
the cells, were excluded from the calculation as the
deformed nuclear shape leads to distortion of gene
topology. Finally, 50 nuclei of each cell material were
analyzed.

We measured the relative 3D gene-to-gene distance
of three target regions, SNRPN (S), UBE3A (U), and
GABRB3 (G) genes at 15q11.2—q12 on each homolo-
gous chromosome 15 within the interphase nuclei,
beginning with the 3D coordinate value of FPC of
six fluorescent signals of the probes determined while
checking 3D images of each nucleus simultaneously.
We defined as “allele 1” on one of the homologous
chromosomes 15 that had a shorter probe S-to-U dis-
tance (SU distance) than the other homologous chro-
mosomes 15, and the FPC of probes S/U/G were
defined as S1/U1/G1 on allele 1 in each nucleus. The
FPC of probes S/U/G were defined as S2/U2/G2 on
allele 2, which had a longer SU distance in each
nucleus. Diagram of 3D distance measurements is
shown in Fig. 1d. The shortest physical distances
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between two of the three probes—SU distance, UG
distance, and SG distance—on each homologous chro-
mosome 15 were calculated from the x, y, and z coor-
dinates of the FPC of signals using the following
equation and the spreadsheet application Excel
(Microsoft Corporation).

j = \/(xi - xj)z + =y + @ -z
*any two loci 7 and j

We also calculated angle U, which was defined as
an internal angle formed by SU and UG sides, from
the measurement data of distances SU, UG, and SG
using the second cosine theorem with the following
equation and the spreadsheet application Excel

(Microsoft Corporation).

_ -1 P+
0 = cos 2xbxc

*@: angle U, side b/c/a: distance SU/UG/SG

Statistical analysis

Fifty nuclei of each cell material were examined. We
performed exploratory data analysis to find patterns in
our results. Normality was assessed with the Shapiro—
Wilk test. The distribution of measurements in a pro-
portion of samples was not normal. Therefore, all
measurements were analyzed using the nonparametric
Mann—Whitney test between different cell types within
the same individuals and between the same cell types
among individuals. All statistical tests were two-sided,
and P<0.05 was considered to indicate statistical sig-
nificance. For multiple comparisons, significance levels
were modified according to Bonferroni’s correction ().
All statistical analyses were performed with SPSS soft-
ware version 18.0 (IBM).

Results

Three-color 3D-FISH was performed to measure gene-
to-gene distance on 15q11.2—q12, on each homolo-
gous part of chromosome 15, within each interphase
nucleus from the three different cell types examined
(Figs. 1 and 2). The 3D gene-to-gene distance, angle U
from 100 alleles in 50 nuclei, and the radius,
volume, and sphericity of 50 nuclei in each sub-
ject are summarized in Table 1. Values were cor-
rected according to the average x-, y- and z-axis
radius to enable comparisons of gene-to-gene dis-
tance between different subjects.
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Fig. 2 Examples of three-
color 3D-FISH results of
projections and 3D recon-
structions in typical nuclei
from each subject. Green/
red/magenta signals: probes
S/U/G. 3D reconstructions
in the xy (b) and xz direction
(¢) were obtained from the
captured image (a) generat-
ed by Imaris software. Grid
space, 1 um

Gene-to-gene distance of the target regions and spatial
positioning

A set of three signals for probes S, U, and G were
readily distinguished on each allele in all cells. The
interquartile range (IQR) and medians of the SU/UG/
SG distance are shown in Table 1. Overall, the SG
distance was shorter than the value obtained by sum-
ming the SU and UG distance.

As the volume of the nucleus varied between sub-
jects, and since gene-to-gene distance is thought to be
influenced by nuclear volume (as shown in Table 1),
comparisons of distance were made after normalizing
the average nuclear radius of the x-, y-, and z-axis in
each subject (Fig. 3). The SU/UG/SG distance were

significantly different between LCLs, PB cells, and
FBs of the same individual (P<0.0005, UG and SG
distances between F-LCLs and F-FBs; P=0.004, P=
0.007, respectively; Bonferroni’s correction, o<
0.008), except for the SU distance between F-LCLs
and F-FBs. There was no significant difference
between identical cell types from different individ-
uals for LCLs and PB cells (F-LCLs and M-LCLs;
F-PB and M-PB cells) (Fig. 3).

Angle U, defined as the internal angle formed by
the SU and UG sides, also varied in size, with the
median angle being approximately 60° in all subjects
(Table 1; Fig. 3). There was no significant difference
between different cell types of the same individual (F-
LCLs, F-PB cells, and F-FBs; M-LCLs and M-PB
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Fig. 3 Gene-to-gene distance of SU/UG/SG and angle U for
each subject. The colored boxes and whisker plots show the
distributions of SU, UG, and SG gene distance (corrected value,
relative radius), and the red-lined boxes and whisker plots show
the distributions of angle U. Angle U is defined as the internal
angle formed by the SU and UG sides. The /eft axis in the graph
shows the relative radius and the right axis the angle U. The box
plots summarize data obtained using the median, upper, and
lower quartiles, as well as the range. Boxes represent the 25th
to 75th percentiles (IQR). The solid line within the boxes
indicates the median. Lower and upper whiskers show the
10th and 90th percentiles, respectively, of the distribution. Open
circles indicate outliers. For the SU/UG/SG distance and the
angle U, P values were obtained using the Mann—Whitney test
between different cell types of the same individuals (F-LCL, F-
PB, and F-FB; M-LCL and M-PB) and between identical cell
types from different individuals (F-LCL and M-LCL; F-PB and
M-PB). A P value<0.008 was considered statistically signifi-
cant after correcting for multiple comparisons (Bonferroni’s
correction, @=0.05/6=0.008; *P<0.008; **P<0.001; n=100
alleles, 50 nuclei) The bottom diagram presents the summarized
configuration of SNRPN, UBE3A, and GABRB3 genes in the
nucleus for each subject, cited according to the corrected median
value of the SU/UG/SG distance and the angle U (Table 1)

cells), and between identical cell types from different
individuals (F-LCLs and M-LCLs; F-PB and M-PB
cells).

Distance ratio between alleles and between regions
We analyzed the 3D intergenic distance of three target

genes between each homologous part of chromosome
15 for each allele in all subjects (Fig. 1d) to determine

differences between alleles of each target region (e.g.,

S1U1 vs. S2U2) (Fig. 4a) and between adjacent parts

of the same chromosome (e.g., SIU1 vs. U1GI)

(Fig. 4b) within 3D nuclei. The median distance of

S1U1, S2U2, U1Gl1, and U2G2 is shown in Table 2.
The distance ratio was defined as:

SU ratio=longer SU/shorter SU distance
UG ratio=longer UG/shorter UG distance

In all subjects, the median SU ratio was higher than
the median UG ratio. The differences between the SU
and UG ratios were significant in F-PBs and M-PB
cells (P=0.0004 and P=0.0037, respectively; Bonfer-
roni’s correction, @<0.0045). There was no significant
difference in the SU and UG ratio between different
cell types of the same individual (F-LCLs, F-PB cells,
and F-FBs; M-LCLs and M-PB cells) and between
identical cell types from different individuals (F-LCLs
and M-LCLs; F-PB and M-PB cells) (Fig. 4a).

According to the genomic coordinates, SU is 451 kb
and UG is 1,298 kb, therefore SU:UG=0.35:1. The
median distance ratios were: S1U1/U1G1=0.32,
S2U2/U2G2=0.48 in F-LCLs; S1U1/U1G=0.35,
S2U2/U2G2=0.61 in M-LCLs; S1U1/U1G=0.28,
S2U2/U2G2=0.58 in F-PB cells; SIU1/U1G=0.34,
S2U2/U2G2=0.82 in M-PB cells; and S1U1/UIG1=
0.41, S2U2/U2G2=0.75 in F-FBs (Fig. 4b, c). There
was no significant difference in allele 1 between differ-
ent cell types of the same individual (F-LCLs, F-PB
cells, and F-FBs; M-LCLs and M-PB cells) and between
identical cell types from different individuals (F-LCLs
and M-LCLs; F-PB and M-PB cells). Similarly, there
was no significant difference in allele 2 (Fig. 4b).

Discussion

The 3D structure of the genome is organized non-
randomly and plays a role in genome function via epi-
genetic mechanisms in the human nucleus. However,
the genome is far more complex than can be explained
by linear information alone. The present study was
therefore performed to investigate how consecutive
genes including imprinting genes are arranged spatially
in human interphase nuclei with the aim of acquiring
knowledge of genomic organization and function. We
focused on SNRPN, showing paternal expression only,
and contiguous UBE3A4 and GABRB3 genes and exam-
ined whether specific higher-order chromatin
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Fig. 4 Distance ratios between alleles and between regions. a
SU and UG distance ratios between alleles in each cell for each
subject. Box and whisker plots show the distributions of the
distance ratio for each subject. Distance ratios were calculated
as follows: SU ratio (vellow lines in the top diagram)=longer
SU/shorter SU distance; UG ratio (gray lines in the top dia-
gram)=longer UG/shorter UG distance. For both the SU and
UG ratios, P values were obtained using the Mann—Whitney test
within each subject and between subjects (F-LCL, F-PB, and F-
FB; M-LCL and M-PB; F-LCL and M-LCL; and F-PB and M-
PB). A P value<0.0045 was considered statistically significant
after correcting for multiple comparisons (Bonferroni’s correc-
tion, ¢=0.05/11=0.0045; *P<0.004; n=50 nuclei). b SU/UG
distance ratios of each allele for each subject. In the primary
sequence of the human genome, SU:UG=451 kb:1,298 kb=
0.35:1 (upper left diagram). Ratio of the distance of S1Ulwhen
the distance of U1G1 was set to 1 (blue lines in the upper right
diagram): p=S1U1/U1G1 (blue box and whisker plots in the

organization could be observed microscopically using
three-color 3D-FISH analysis in normal LCLs, PB cells,
and FBs, all of which are used frequently for research
(Figs. 1 and 2). Next, we evaluated regularity and differ-
ences in their spatial positioning (Figs. 3 and 4).

Gene-to-gene distances and spatial positioning
of the target regions

We found that the SNRPN, UBE3A, and GABRB3
genes had non-linear and non-random curved spatial
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graph). Ratio of the distance of S2U2 when the distance of
U2G2 was set to 1 (red lines in the upper right diagram): g=
S2U2/U2G2 (red box and whisker plots in the graph). The
dashed line in the plot shows 0.35. For p and ¢, P values were
obtained using the Mann—Whitney test between different cell
types of the same individual (F-LCL, F-PB, and F-FB; M-LCL
and M-PB) and between identical cell types from different indi-
viduals (F-LCL and M-LCL; F-PB and M-PB). A P value<0.0045
was considered statistically significant after correcting for multiple
comparisons (Bonferroni’s correction, @=0.05/6=0.008); no sig-
nificant difference was observed (n=50 nuclei). ¢ Configuration of
SNRPN, UBE34, and GABRB3 genes on homologous chromo-
somes in the nucleus for each subject drawn based on Table 2 and
(b). Decimal fractions in blue indicate the median distance ratio of
p as shown in (b). Likewise, decimal fractions in red denote the
median distance ratio of ¢. The blue value “1” and red value “1”
are not equal distances

organization in the human nucleus (Fig. 3). Microscopic
observations indicated that a distance of about 500 kb
was measurable for comparison between homologous
parts on the chromatin. Rauch et al. (2008) found no
clearly detectable differences between the active and
inactive PWS domains, as measured by 3D distance
between two of four probes located within 230 kb. Our
results indicated that GABRB3 tended to be located
closer to SNRPN than UBE3A, in contrast to the
genomic map. Moreover, the median values of the
internal angle U were calculated as 53-63° (Fig. 3).



Spatial positioning of SNRPN, UBE3A4 and GABRB3 669

El 233 a2z 4C analysis of human neuronal cells revealed that a

o~ T T PWS-imprinting center forms chromatin loops that

R == = . . .

e contain key neurodevelopmental genes, including

SslesesEEs GABRB3 (Yasui et al. 2011). Our results showing

gg S8 X3 8 non-linear and non-random curved spatial organiza-

7 s ==-< tion of this region may support these findings.

- ~ A~ Distance ratios between alleles and regions

g MRT @

2 oo wn g

gg ;Ir ;\r g ; ; We also found that gene-to-gene distance was not

3 =4 T 25 5% similar in size between alleles and regions (Fig. 4).

5 ElZ322 3 The UG distance tended to be stable between alleles

el — x® A O . .

S2| 3 g 222 compared with the SU distance, even though the phys-
ical distance of UG is longer than that of SU according
to the primary structure (Table 2). Figure 4a shows the

e N <l differences in the SU and UG distance ratio between

2 T 225 alleles; the SU ratio was larger than the UG ratio in all

Sz | Ll Jdd 4 d subjects. Comparison of the distance ratios between

s O i v O N .

2 = PRI regions on the same allele revealed that the ratios of

N Elosotz S2U2/U2G2 were >0.35, although those of SIU1/U1G1

as|lcz2gz2 were around 0.35 in all subjects (Fig. 4b). These results
suggest that the S2U2 region may loosen more than the
other region. It is generally believed that actively tran-

é:; g g g g QS? scrib.ed genes or genes poised for tran§cﬁption are pres-

PO ent in decondensed “open” chromatin configurations,

é g § % g é § while permanently silent genes are located within com-

27| eSS <S pact “closed” chromatin (Cremer et al. 2006). Regarding

< .

ki VQ g ﬁ § %‘ the PWS/AS region, Ohta et al. (1999) demonstrated
E n=Z[cs s =3 that SNRPN chromatin is found in an open configuration
é exclusively on the paternal-derived allele. Thus, to sum-
el _ marize, the above results suggest that the degree of
s| § RIS condensation seems to differ between homologous
3l 8~ T T~ regions and adjacent regions of SU and UG.
T 585|352 %=
sl 22| T2 e 0 e
gl = s|leescsee Cell type specificity
HE I EE
2 P2 S s =3 The findings revealed that the spatial organization of
S the three target regions had a similar basic distribution
S5 - P in each of the three cell types examined. There were,
| 3 Nee2g however, subtle variations in gene-to-gene distance,
8| 82 i 13223 which were dependent on cell type, even when from

= .0 . R

§| 2222983 the same individual (Figs. 3 and 4). The SNRPN gene
'-g = é :or/ % % i’ % 5 % s.howed. the same methylation pattern in a variety of
= 2 2888 q |8 B tissues including LCLs, PB cells, and FBs (Glenn et
(9] wn . .

= °e==-< § % al. 1996; Birney et al. 2010). Differences between cell
<

E B % types were related to the fact that PB cells and LCLs
| 2 oA é 8 are in suspension, while FBs are adherent cells. The

Q =] .

=] 2 S S @ /A 2R < differences between PB cells and cultured cells were
gl & O R R AN thought to be have been influenced by the cell cycle

@ Springer



670

R. Kawamura et al.

since the PB cells were all in the GO phase while the
LCLs and FBs included G1, S, G2, and M phase cells,
although the cultured cells were synchronized so the
majority of the cell population was in the G1 phase. In
addition, PB cells are composed of several kinds of
mononuclear cells, in particular, T lymphocytes, B
lymphocytes, and monocytes.

In this analysis, we examined 50 cells in each subject,
and the obtained values of inter-gene distance displayed
large variability among not only cycling cultured cells but
also PB cells. Each fixed cell nucleus evaluated in the
3D-FISH analysis seemed to represent a snapshot in time
of the higher-order structure and dynamics of chromatin
(Teller et al. 2007; Cremer and Cremer 2010). Some
investigations have shown that the movement of chro-
mosomes and gene loci increases during early G1 (Walter
et al. 2003) while other observations focusing on short-
range chromatin motion suggest that local diffusional
motion of chromatin is important in gene regulation
(Soutoglou and Misteli. 2007). The probabilistic posi-
tioning of chromosomes can therefore show relatively
large variation when single cells are compared. Further-
more, the 3D distance between genes in the nucleus is
potentially influenced by chromatin compaction. Our
results from the PB cells suggest that there is a range of
chromatin compaction in the nucleus. Nishino et al.
(2012) reported that human mitotic chromosomes consist
predominantly of irregularly arranged nucleosome fibers,
which they suggested exist in a similar state in the ma-
jority of active interphase nuclei. Our results will there-
fore help clarify chromatin structure in future studies.

3D-FISH using the three- or more-color approach is
a powerful experimental tool for simultaneously visu-
alizing the spatial positioning of multiple regions and
comparing alleles in individual cells. However, it is
also necessary to take into consideration the possible
effects of the complicated process used to fix the cells
and maintain their 3D structure for FISH analysis. It is
difficult to preserve perfectly the 3D structure of nuclei
from cells in suspension culture. Indeed, in this study,
the volume of some nuclei could not be reproduced
(data not shown).

In conclusion, the results of this study suggest that
the SNRPN, UBE3A, and GABRB3 loci have non-
linear and non-random curved spatial organization in
the nuclei of normal human cells. A distance of about
500 kb was measured microscopically for compari-
sons between homologous parts of chromatin within
the nucleus. In addition, the differences in SU distance

@ Springer

between alleles and between regions on each chromo-
some 15 seem to represent new epigenetic evidence of
nuclear organization and gene expression. Confirma-
tion of the relationship between activity and the 3D
distance of imprinted genes in the nucleus now
remains in future studies.

If the epigenetic hypothesis is confirmed whereby
intergenic distance is shown to vary depending on
gene activity, it could lead to further research on the
development of new diagnostic techniques for patients
in whom mutations cannot be identified. This would
be a breakthrough in our understanding of the patho-
logical processes of certain diseases with unknown
causes, as well as adding to basic research on chroma-
tin structure, of which much remains unknown.
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