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embryonic fibroblasts from WT or P were immunoprecipitated and detected with anti-PHF2 antibody. WT, wild type.

that Phf2%% mice have fewer adipocytes in adipose tissue
(Fig. 3E). These data suggest that the decreased weight of

observed in subcutaneous WAT to an extent similar to that
in epididymal WAT (P = 0.06) but to a lesser extent in

mesenteric WAT (Fig. 3B). Additionally, female Phf2%*
mice exhibited a similar reduced weight of gonadal WAT
as observed in male mice (Fig. 3C). However, these weight
reductions in adipose tissues seemed to be limited to
a young age because there was no significant difference of
WAT weights between Phf2%% and wild-type littermates
when the mice reached 8 weeks of age (Supplementary
Fig. 1). To elucidate whether the decreased weight of WAT
was caused by a reduction of lipid droplets per cell or
adipocyte number, we measured adipocyte size and num-
ber in epididymal WAT of Phf2%% and wild-type litter-
mates. Evaluation of the mean adipocyte area in the
section of WAT revealed that Ph mice have smaller
adipocytes than do control littermates (Fig. 3D). Further-
more, counting the number of adipocytes in WAT revealed
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WAT in Phf2%? mice was caused by a reduction in both the
size and the number of adipocytes. Because impaired
adipogenesis often results in decreased size (20) and
a decreased number of adipocytes, we used microarray
analysis to compare the gene expression profiles in WAT
between P mice and control littermates. As a result,
the expression of various genes associated with adipo-
genesis, such as Pparg, Cebpa, Fabp4, Adipoq, LPL, Plin2,
and Cd36, tended to be decreased in Ph 2 mice (Sup-
plementary Fig. 2). The expression levels of more than half
of these genes were significantly reduced when confirmed
by real-time quantitative PCR (qPCR) (Fig. 3F). These data
suggest that decreased WAT weight in Ph mice
resulted, at least in part, from impaired adipogenesis in
these mice. Finally, we measured insulin sensitivity in
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FIG. 2. Physiological features of systemic Phf2 knockout mice. A: Genotypes of progeny of crosses between Phf2”* at birth. B: Genotypes of

progeny of crosses between Phf2%* at 2 weeks of age. C: Survival rate of progeny of crosses between P

2%+ D: Growth curves of wild-type,

heterozygous, and homozygous Phf2 knockout mice until 10 days after birth. E: Growth curves of male mice and female mice of indicated genotypes
between 2 and 10 weeks of age. {, wild-type mice (+/+); B, heterozygous Phf2 knockout mice (Z/+); A, homozygous Phf2 knockout mice (Z/Z).

#P < 0.05; **P < 0.01 compared with wild type.

Phj?Z/Z mice because adipose tissue is well known to be
involved in glucose metabolism. There was no significant
change in the glucose or insulin :tolerance tests (Supple-
mentary Fig. 3), suggesting that reduced WAT weight did
not affect insulin sensitivity in mice at 5 weeks of age.

PHF2 is necessary for normal adipogenesis. To eluci-
date the role of PHF2 in adipogenesis, we generated Phf2"”
. Cre-ERT2 mice by crossing Phf2 floxed mice with Cre-
ERT2 mice. Stromal vascular cells (SVCs) were then
obtained from Phf2"% Cre-ERTZ2 mice or control Cre-ERT2
mice and treated with 4-hydroxytamoxifen (4-OHT) to in-
duce Cre-mediated excision of Phf2. As expected, treat-
ment with 4-OHT efficiently reduced mRNA expression of
Prf2 in Phf2%Cre-ERT2 but not in control Cre-ERT2
mice (Fig. 4C). When SVCs were treated with a differenti-
ation cocktail to induce their differentiation into adipo-
cytes, differentiation was impaired in 4-OHT-treated SVCs
from Ph ;Cre-ERT2 mice as shown by oil red O staining
(Fig. 4A and B). This was also confirmed by decreased
expression of adipogenic marker genes in 4-OHT-treated
SVCs from Phf2"%Cre-ERT2 mice (Fig. 4C). Next, we
generated 3T3-L1 cell lines in which PHF2 was stably
knocked down by retrovirus carrying Phf2-targeted short
hairpin RNA. Infection of retrovirus carrying shPhf2
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successfully decreased the expression of Phf2 (Fig. 4F). In
accordance with the results from SVCs, short hairpin RNA-
mediated knockdown of Phf2 resulted in impaired adipo-
genesis in the 3T3-L1 cell line as assessed by oil red O
staining (Fig. 4D and E) and expression of adipogenic
marker genes (Fig. 4F).

PHF2 is recruited with CEBPA to the promoter
regions of adipogenic genes. The results indicated that
PHF2 promoted adipogenesis. Moreover, we show that
PHF2 works as a coactivator for several transcription
factors through H3K9me2 demethylation (5). Therefore,
we hypothesized that PHF2 coactivates transcription fac-
tors that promote adipogenesis. Among such transcription
factors, PPARG and CEBPA are the master regulators for
adipogenesis (21). First, we assessed whether PHF2 could
physically interact with PPARG or CEBPA. When trans-
fected into HEK293 cells, FLAG-CEBPA (but not FLAG-
PPARG) was coimmunoprecipitated with endogenous
PHF2 (Fig. 5A4). Conversely, FLAG-PHF2 was coimmuno-
precipitated with endogenous CEBPA in 3T3-L1 adipo-
cytes (Fig. 5B). In accordance with these results, ChIP
analysis revealed that PHF2 was recruited to known
CEBPRE (CEBP responsive elements) in the promoter
regions of Cebpa, Pparg, and Fabp4 in differentiated
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FIG. 3. Assessment of adipose tissue of systemic Phf2 knockout mice. 4: Ratio of body weight and nasoanal length or normalized tissue weight of
male Pmm to WT littermates at 5 weeks of age. Tissue weights were normalized to body weights (n = 6). B: Weights of epididymal WAT, sub-

cutaneous WAT, and mesenteric WAT of male Phf2%% KO mice and WT littermates at 5 weeks of age (n = 3). C: Weights of gonadal WAT of female

Phf2“? KO mice and WT littermates at 5 weeks of age (n = 4). D: Mean adipocyte areas of epididymal WAT from Ph KO mice and WT lit-
termates (n = 5). High-magnification micrographs of WAT are shown. E: Adipocyte number in epididymal fat pads of Phﬁm KO mice and WT
littermates (n = 7). F: Real-time qPCR analysis of adipocyte marker genes and Phf2 of Phf2%? KO mice and WT littermates (n = 3). *P < 0.05; **P <
0.01 compared with WT. KO, knockout; WT, wild type. (A high-quality color representation of this figure is available in the online issue.)
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FIG. 4. Effects of PHF2 knock down on adipogenesis. A-C: SVCs from Cre-ERT2; Phf2™" (fUfl) or Cre-ERTZ2 (+/+) were treated with or without 4-
OHT and differentiated into adipocytes by treatment with insulin, dexamethasone, and isobutylmethylxanthine. Image (A) and gquantification (B)
of oil red O staining and the results of real-time qPCR analysis of adipocyte marker genes (C) are shown (n = 3). D-F: 3T3-L1 cells infected with
retroviruses containing either pSuper-retro-shLacZ or pSuper-retro-shPHF2 were differentiated into adipocytes. Image (D) and quantification (F)
of oil red O staining and the results of real-time qPCR analysis of adipocyte marker genes (F') are shown (n = 3). *P < 0.05; **P < 0.01 compared
with control.

3T3-L1 adipocytes (Fig. 5C). These results indicate that PHF2  in 3T3-L1 in which Phf2 had been knocked down (Fig. 5D).
might work as a coactivator for CEBPA. PHF2 seemed to Moreover, modification of H3K9me2 in these CEBPRE was
be necessary for recruitment of CEBPA to chromatin be- significantly increased in Phf2 knocked-down 3T3-L1 adi-
cause the recruitment of CEBPA to CEBPRE was impaired pocytes (Fig. 5E). These data indicate that PHF2 can play
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FIG. 5. Association of PHF2 with CEBPA. A: FLAG-CEBPA or FLAG-PPARG was transfected into HEK293T cells. Cells were harvested and
immunoprecipitated with anti-FLAG antibody and detected with anti-PHF2 antibody or anti-FLAG antibody. B: FLAG-PHF2 was transfected into
3T3-L1 adipocytes. Cells were harvested and immunoprecipitated with anti-FLAG antibody and detected with anti-CEBPA antibody or anti-FLAG
antibody. C: 3T3-L1 cells were fixed in formaldehyde on day 4 after differentiation, after which chromatin samples were subjected to ChIP analysis
with indicated antibodies and amplified with primers toward indicated loci (n = 3). D and E: 3T3-L1 cells stably transfected with pSuper-retro-
shLacZ or pSuper-retro-shPHF2 were differentiated into adipocytes and subjected to ChIP analysis with anti-CEBPA (D) or anti-H3K9me2 an-
tibody (E), with primers toward the indicated loci (n = 3). *P < 0.05; **P < 0.01 compared with control. NC, negative control region.

a role as a coactivator, positively regulating adipogenic gene
expression with CEBPA through H3K9me2 demethylation
near CEBPA-binding regions.

DISCUSSION

To investigate the role of PHF2 in vivo, we generated Phf2
knockout mice. Phf2 knockout mice showed partial neo-
natal death, growth retardation, and reduced body weight.
Reduced body weight seems to be mainly related to
growth retardation and reduced lean mass in the knockout
mice rather than reduced WAT mass because the body
weight of Phf2 knockout mice is still significantly lower
than that of wild type at 8 weeks of age (Fig. 2E) when the
weight of WAT is not different between Phf2 knockout and
wild type (Supplementary Fig. 1). The reason for this
phenotype is not clear. PHF2 has been reported to be
highly expressed in the neural tube and dorsal root ganglia
(22), and Phf2 represents a candidate gene for hereditary
sensory neuropathy type I (HSN1) (23). In fact, the brain
weights of Phf2 knockout mice were larger than wild-type
littermates. Taken together, we speculate that Phf2 knock-
out mice may exhibit partial neonatal death attributable to
defects in the central nervous system. Conditional deletion
mutants using brain-specific Cre mice would clarify the
precise roles of PHF2 in brain development.

On the other hand, subsequent study revealed that PHF2
plays an important role in adipogenesis. Phf2 knockout
mice produced lipoatrophy in which adipocytes were
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decreased in size and number. It seemed to be limited to
a young age; for example, in Kif5 knockout mice, atrophic
changes in adipose tissue were abolished until 4 weeks of
age (20). Although the reduced WAT phenotype in Phf2
knockout mice disappeared after the mice reached 8
weeks of age and Phf2 was systemically knocked out in
these mice, this phenotype should be the result of a cell-
autonomous mechanism because conditional knockout of
Phf2 in primary SVCs obtained from Phf2""Cre-ERT mice
resulted in impaired adipogenesis. Moreover, PHF2 inter-
acts with CEBPA, one of the master adipogenic regulators,
and is recruited to CEBPRE. In addition, the lipoatrophic
changes in Phf2 knockout mice were stronger in epididy-
mal and subcutaneous WAT than in mesenteric WAT, sug-
gesting that PHF2 may be a possible candidate factor that
determines regional variations in adipogenesis reported
previously (24). Although adipose tissue is well known to be
involved in glucose homeostasis, there was no significant
change in glucose metabolism in Phf2 knockout mice
(Supplementary Fig. 3). There are two possible reasons for
this result. First, 5 weeks of age is too young to develop
insulin resistance, and second, only slight lipoatrophic
change was observed in mesenteric WAT, the mass of
which is strongly correlated with insulin resistance. It is
meaningful to evaluate glucose metabolism of Phf2 knock-
out adult mice under the treatment of a high-fat diet to
clarify whether PHF2 plays a role in diabetes.

It is well known that factors that increase cAMP, such as
isobutylmethylxanthine, strongly accelerate adipogenesis

i
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(2b). Elevation of cAMP is known to lead to suppression of
Wntl0b (26) and Spl (27), induction of C/EBPB (28), and
production of PPARvy ligands (29). Moreover, cAMP sig-
naling is mediated by two major pathways, PKA and Epac
(exchange proteins directly activated by cAMP), that syn-
ergistically induce adipogenesis (30). However, it is not
fully understood how PKA stimulates adipogenesis. PHF2
seems to be one possible candidate because it is re-
portedly activated through phosphorylation by PKA (5),
and the current study shows that PHF2 stimulates adipo-
genesis. It seems that Phf2 was not transcriptionally reg-
ulated during adipogenesis (Supplementary Fig. 4). However,
PHF2 might be activated by PKA-mediated phosphorylation
by a cAMP inducer in the adipogenic differentiation cocktail.

“On the other hand, the weight reduction of BAT was not
observed in Phf2 knockout mice, although PKA and
CEBPA were also reported to be necessary for the de-
velopment of BAT (31). Recently, it was reported that
brown adipocytes were differentiated from Myfb-positive
precursor cells, which are more closely related to myo-
blasts rather than to the white preadipocytes (32). Thus,
PHF2 may play a role in white preadipocytes but not in
brown preadipocytes or myoblasts because the histone
demethylases seem to be mvolved in differentiation in
specific cell types.

PHF2 reportedly interacts with ARID5B which is nec-
essary for the coactivator function of PHFZ (5). Because
phenotypes of systemic Arid5b knockout animals have
already been reported (33-35), it is worth comparing the
phenotypes between Arid5b knockout and Prf2 knockout
mice. Of note, most Arid5b knockout mice die within 24 h
of birth, but some pups survive (33). The surviving Arid5b
knockout animals show dramatically reduced body weight
in neonates and adults. The WAT of Arid5b knockout mice
weighed less than controls because of a reduction in the
amount of lipid per cell. Because the phenotype of Arid5b
knockout mice is close to that of Phf2 knockout mice, it is
likely that PHF2 and ARID5B work together in multiple
organs, including adipose tissue.

Transcriptional control of the adipocyte lmeage has been
studied extensively (21,36). However, little is known about
the role of histone demethylases dun'ng adipogenesis, even
though several studies have clarified the roles of histone
deacetylase HDAC1 (37,38) and HDAC3 (39) and histone
demethylase 1LSD1 (40) in adipogenesis. In the current
study, we found that histone demethylase PHF2 plays an
important role in adipogenesis in vivo. Notably, several
studies reported the role of histone demethylation in cell
differentiation; for example, LSD1 controls pituitary termi-
nal cell-type differentiation (6), JMJD3, an H3K27me3
demethylase, potentiates epidermal differentiation (41); and
JMJIDI1A, an H3K9 demethylase, potentiates smooth muscle
cell differentiation (42). In general, histone demethylases
may play roles in cell differentiation in specific cell types.
We suggest that PHF2 may be a significant histone deme—
thylase in adipocytogenesis.

Adipose tissue plays an essential role in energy ho-
meostasis. In mammals, WAT stores excess energy as tri-
glycerides from fatty acids imported from circulating
lipoproteins. Moreover, recent studies established adipose
tissue as an active endocrine organ that secretes various
humoral factors called adipokines that work in various
physiological pathways, such as feeding, insulin resistance,
inflammation, and atherogenesis (43). Thus, clarifications of
precise molecular mechanisms that control adipose tissue
development should improve our understanding of the
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pathogenesis and pathophysiology of the metabolic syn-
drome, diabetes, and other metabolism-related diseases. In
this study, PHF2 appears to be a novel molecule that con-
trols adipogenesis in vivo. Modulation of enzymatic activ-
ities has been a good target of small molecules. In fact,
some drugs that can modulate the activities of histone-
modifying enzymes have been developed for clinical use
{44-46). Thus, pharmacological modulation of the histone de-
methylase activity of PHF2 may be a new target in the treat-
ment of human lipodystrophies or adipocyte hyperplasia in
diet-induced obesity.
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To elucidate target molecules of white matter development responding to hypothyroidism, global gene
expression profiling of cerebral white matter from male rat offspring was performed after maternal expo-
sure to anti-thyroid agents, 6-propyl-2-thiouracil and methimazole, on postnatal day 20. Genes involved
in central nervous system development commonly up- or down-regulated among groups treated with
anti-thyroid agents. Immunohistochemical distributions of vimentin, Ret proto-oncogene (Ret), deleted
in colorectal cancer protein (DCC), and Claudin11 (Cld11) were examined based on the gene expression
profile. Immunoreactive cells for vimentin and Ret in the cingulum, and the immunoreactive intensity of
Cld11 and DCC in whole white matter were increased by treatment with anti-thyroid agents. Immunore-
active cells for vimentin and Ret were immature astrocytes and oligodendrocytes, respectively. Thus,
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1. Introduction concern of impaired brain development induced by exposure to

thyroid hormone-disrupting chemicals in the environment.

Thyroid hormones are essential for normal fetal and neona-
tal brain development, control neuronal and glial proliferation in
definitive brain regions and regulate neuronal migration and dif-
ferentiation [1-3]. In humans, maternal hypothyroxinemia early
in pregnancy may adversely affect fetal brain development, and
importantly, even mild to moderate hypothyroxinemia may result
in suboptimal neurodevelopment [4], thereby increasing the

Abbreviations: CC, corpus callosum; Cld11, claudin 11; CNS, central nervous sys-
tem; DCC, deleted in colorectal cancer protein; GAPDH, glyceraldehyde 3-phosphate
dehydrogenase; GD, gestation day; GDNF, gliai cell line-derived neurotrophic fac-
tor; GFAP, glial fibrillary acidic protein; MMI, methimazole; OSP, oligodendrocyte
specific protein; PCR, polymerase chain reaction; PND, postnatal day; PTU, 6-propyl-
2-thiouracil; Ret, Ret proto-oncogene; RT, reverse transcription; v-Maf, v-maf
musculoaponeurotic fibrosarcoma oncogene; Zfhx1b, zinc finger homeobox 1b.
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Developmental hypothyroidism leads to growth retardation,
neurological defects and impaired performance in various behav-
ioral learning actions [5,6]. Rat offspring maternally exposed
to anti-thyroid agents, such as 6-propyl-2-thiouracil (PTU) and
methimazole (MMI), show impaired brain growth including white
matter hypoplasia with decreased axonal myelination and oligo-
dendrocytes, and impairment of neurogenesis, neuronal migration,
dendritic arborization and synapse formation [2,7-9]. These types
of impaired brain growth are permanent and accompanied by
apparent structural and functional abnormalities. However, the
molecular mechanism of impaired brain growth is still unclear.

Histological lesion-specific gene expression profiling pro-
vides valuable information on the mechanisms underlying lesion
development. In previous studies, we established molecular anal-
ysis methods for DNA, RNA and proteins in paraffin-embedded
small tissue specimens using the organic solvent-based fixative
methacarn, with high performance similar to that of unfixed frozen
tissue specimens [10-12]. These methods have been used to ana-
lyze global gene expression changes in microdissected lesions
[13-15].
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To evaluate in vivo developmental brain growth effects of
thyroid hormone-disrupting chemicals, we morphometrically ana-
lyzed neuronal migration and white matter development in a rat
developmental hypothyroidism model [16]. Molecules involved in
aberrant neurogenesis and neuronal mismigration were identi-
fied by global gene expression analysis of the hippocampal area
[15]. In the present study, to elucidate marker molecules in white
matter involved in developmental hypothyroidism, we performed
global gene expression profiling using microarrays. To obtain the
white matter-specific gene expression profile, a microdissection
technique was applied to the corpus callosum (CC) and bilateral
cerebral white matter. Based on expression profiles, cellular local-
ization of selected molecules was then immunohistochemically
examined in cerebral white matter after developmental exposure
to anti-thyroid agents.

2. Materials and methods
2.1, Chemicals and animals

6-propyl-2-thiouracil (FTU; CAS No. 51-52-9) and methimazole (MMI; CAS No.
60-56-0) were purchased from Sigma Chemical Co. (St. Louis, MO). Pregnant CD®
(SD) IGS rats at gestational day (GD) 3 (GD 0: the day vaginal plugs appeared)
were purchased from Charles River Japan Inc. (Yokohama, Japan). Animals were
individually housed in polycarbonate cages (SK-Clean, 41.5¢cm » 26cm = 17.5¢cm;
CLEA Japan Inc., Tokyo, Japan) with wood chip bedding (Sankyo Lab Service Corp.,
Tokyo, Japan) and maintained in a climate-controlled animal room (24 £ 1°C, rela-
tive humidity: 55 + 5%) with a 12 h light/dark cycle. A soy-free diet (Oriental Yeast
Co. Ltd., Tokyo, Japan) was chosen as the basal diet for maternal animals to elimi-
nate possible phytoestrogen effects [17]. Animals received food and water ad libitum
throughout experimentation including a 1 week acclimation period.

2.2. Experimental design

Animal experiments are described elsewhere [16]. Briefly, maternal animals
were randomly divided into four groups including an untreated control. Eight dams
per group were treated with 3 or 12 ppm PTU or 200 ppm MMI, which was added to
drinking water from GD 10 to postnatal day (PND) 20 (PND 0: the day of delivery).
On PND 2, four male and four female offspring per dam were randomly selected
and remaining litters were culled. On PND 20, 20 male and 20 female offspring (at
least one male and one female per dam) per group were subjected to prepuber-
tal necropsy [16,18]. All animals were weighed and sacrificed by exsanguination
from the abdominal aorta under deep anesthesia with ether. Animal protocols were
reviewed and approved by the Animal Care and Use Committee of the National
Institute of Health Sciences, Japan.

2.3. Preparation of tissue specimens and microdissection

For microarray and real-time reverse transcription (RT)-polymerase chain reac-
tion (PCR) analyses, the whole brain of male offspring was immediately removed at
prepubertal necropsy on PND 20 (n=4/group) and fixed with methacarn solution
for 2h at 4°C [10]. Coronal brain slices taken at —3.5 mm from the bregma were
dehydrated and embedded in paraffin. Embedded tissues were stored at 4°C until
tissue sectioning for microdissection [19].

For microdissection, 4 and 20 pm-thick serial sections were prepared. The
4 pm-thick sections were stained with hematoxylin and eosin for confirmation
of anatomical orientation of the hippocampal substructure to aid microdissection
(Fig. 1). The 20 pm-thick sections were mounted onto PEN-foil film (Leica Microsys-
tems GmbH, Welzlar, Germany) overlaid on glass slides, dried in an incubator
overnight at 37°C, and then stained using an LCM staining kit (Ambion, Inc., Austin,
TX). Regions of CC and bilateral cerebral white matter (external capsule) in sec-
tions, as shown in Fig. 1, were subjected to laser microbeam microdissection (Leica
Microsystems GmbH). Forty sections from each animal were used for microdissec-
tion, and microdissected samples were individually stored in 1.5 ml tubes at —80°C
until total RNA extraction.

2.4. RNA preparation, amplification and microarray analysis

Total RNA extraction from microdissected regions, quantitation of RNA yield,
and RNA amplification were performed using methods described elsewhere
[14.15.19).

For microarray analysis, second-round-amplified biotin-labeled antisense RNAs
were subjected to hybridization with a GeneChip® Rat Genome 230 2.0 Array
(Affymetrix, Inc., Santa Clara, CA).

Gene selection and normalization of expression data were performed using
GeneSpring® software 7.2 (Silicon Genetics, Redwood City, CA). Per chip normaliza-
tion was performed according to a method described elsewhere [14,15]. Genes with

Fig. 1. Overview of the cerebral hemisphere of a male rat at PND 20 stained with
hematoxylin and eosin. Magnification, 12.5x.

expression changes of at least 2-fold in magnitude compared with those of untreated
controls were selected. Common genes with altered expression in anti-thyroid agent
exposed groups were also selected.

2.5, Real-time RT-PCR

Quantitative real-time RT-PCR using an ABI Prism 7900HT (Applied Biosys-
tems Japan Ltd., Tokyo, Japan) was performed for confirmation of expression values
obtained from microarray analysis. Selected genes showed altered expression (=2-
fold, =0.5-fold) in any of the anti-thyroid agent-exposed animals as compared with
those of untreated controls. For example, vimentin, Ret, v-maf musculoaponeu-
rotic fibrosarcoma oncogene (v-Maf) and tektin 4 as up-regulated genes, and Cld11
and zinc finger homeobox 1b (Zfhx1b) as down-regulated ones. RT was performed
using first-round antisense RNAs prepared for microarray analysis. For real-time
PCR analysis, ABI Assays-on-Demand™ TaqMan® probe and primer sets from
Applied Biosystems (n=4/group) were used. For quantification of expression data,
a standard curve method was applied. Expression values were normalized to glyc-
eraldehyde 3-phosphate dehydrogenase (GAPDH) using TagMan® Rodent GAPDH
Control Reagents (Applied Biosystems Japan Ltd.).

2.6. Immunohistochemistry

To evaluate the immunohistochemical distribution of molecules identified by
microarray analysis, the brains of male pups obtained at PND 20 were fixed in Bouin's
solution at room temperature overnight. Ten animals for each group were used
except for the untreated control group with six animals.

Antibodies against vimentin (mouse monoclonal antibody, 1:200; Millipore
Corporation, Billerica, MA), glial fibrillary acidic protein (GFAP, rabbit polyclonal
antibody, 1:500; Dako, Glostrup, Denmark), Ret (rabbit polyclonal antibody, 1:50;
Santa Cruz Biotechnology, Inc., Santa Cruz, CA), DCC (mouse monoclonal antibody,
1:40; Leica Microsystems GmbH), and oligodendrocyte specific protein (OSP, same
as Cld11, rabbit polyclonal antibody, 1:200; Novus Biologicals, Inc., Co., Littleton, CO)
were used for immunohistochemistry. For antigen retrieval, sections were heated in
10 mM citrate buffer in a microwave for 10 min before incubation with anti-vimentin
and -DCC antibodies. Immunodetection was carried out using a VECTASTAIN® Elite
ABCkit (Vector Laboratories Inc., Burlingame, CA) with 3,3'-diaminobenzidine /H; 0,
for the chromogen as described elsewhere [13,14]. Sections were then counter-
stained with hematoxylin and coverslipped for microscopic examination.
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Fig. 2. Venn diagram of genes with altered expression in microarray analysis in response to maternal exposure to anti-thyroid agents. (Left) Up-regulated genes (=2-fold).

(Right) Down-regulated genes (<0.5-fold).

2.7. Morphometry of immunolocalized cells

The number of immunoreactive cells was quantitatively measured by vimentin
and Ret expression in white matter at the cingulum of the bilateral sides using
two sections with an approximately 100 um interval (i.e. four images per animal;
Fig. 1), and values were normalized and expressed as those in the unit area (cm?).
GFAP-immunoreactive cells were similarly measured. For quantitative measure-
ment of each immunoreactive cellular component containing vimentin, Ret and
GFAP, digital photomicrographs at 100-fold magnification were taken using a BX51
microscope (Olympus Optical Co., Ltd., Tokyo, Japan) attached to a DP70 Digital Cam-
era System (Olympus Optical Co.), and quantitative measurements were performed
using WinROOF image analysis software 5.7 (Mitani Corp., Fukui, Japan). To evaluate
immunoreactivity of DCC and Cld11 in white matter, staining intensity was scored
as 0 (none), 1 (minimal), 2 (slight), 3 (moderate) and 4 (strong) by observation at
40-fold magnification. .

2.8. Statistical analysis

Numerical data were assessed by one-way analysis of variance or the
Kruskal-Wallis test following Bartlett’s test. Statistically significant differences were

analyzed by Dunnett’s multiple test for comparison with that of the untreated con-
trol group. For grading immunohistochemical findings, scores of DCC and Cld11
expression were analyzed with the Mann-Whitney’s U-test between the untreated
control group and each anti-thyroid agent treated group.

3. Results
3.1. Global gene expression analysis

Fig. 2 shows the Venn diagram of genes with altered expression
in microdissected cerebral white matter in treated groups in
combination or individually in each treated group. Numerous
common genes were found to be up- or down-regulated in
two of the three treatment groups. The number of genes with
up- or down-regulation in response to 3 ppm PTU was higher
compared with that of 12 ppm PTU. The number of genes with

Table 1
List of representative genes associated with brain development showing up- or down-regulation common to treatments with MMI and PTU at both 3 and 12 ppm (>2-fold,
<0.5-fold).
Accession no. Gene title Symibol MMI PTU, 3 ppm PTU, 12 ppm
Up-regulated (20 genes)
NM_052803 ATPase, Cu++ transporting, alpha polypeptide Atp7a 5.02 1139 11.09
NM.001108322 T-box 1 Tbx1 4.20 4.34 231
NM.001191609 Laminin, alpha 5 Lama5 411 11.57 9.35
NM._031550 Cyclin-dependent kinase inhibitor 2A CdknZa 3.59 2.70 3.37
NM_001114330 Glutamate receptor, metabotropic 1 Grm1 3.45 2.92 5.89
(NM_001114330) . (3.01) (2.85) (2.88)
NM.023091 gamma-Aminobutyric acid A receptor, epsilon Gabre 3.20 3.91 7.46
NM_001107692 Ephrin A4 Efna4 3.13 5.07 6.72
NM.001002805 Complement component 4a C4a 3.04 7.15 6.43
NM.019328 Nuclear receptor subfamily 4, group A, member 2 Nr4a2 297 2.87 4.92
NM.001110099 Ret proto-oncogene Ret 2.89 5.01 439
NM.053629 Follistatin-like 3 Fsti3 2.85 4.28 6.08
NM.053708 Gastrulation brain homeobox 2 Gbx2 2.82 473 4.09
NM_019236 Hairy and enhancer of split 2 Hes2 2.76 293 3.11
NM.001109223 Wingless-related MMTV integration site 16 Wnt16 271 242 3.82
XM_001077495 Nuclear receptor co-repressor 1 Ncorl 2.67 2.01 2.97
NM._001012220 Cation channel, sperm associated 2 Catsper2 2.54 6.69 4.56
NM.001024275 Ras association (RalGDS/AF-6) domain family 4 Rassf4 2.31 4.67 543
NM.138900 Complement component 1, s subcomponent Cls 212 3.31 3.88
NM.031140 Vimentin Vim 2.1 6.01 427
NM.053555 Vesicle-associated membrane protein 5 Vamp5s 2.04 2.62 341
Down-regulated (4 genes)
NM.013107 Bone morphogenetic protein 6 Bmp6 0.23 0.38 0.25
NM.053759 Sine oculis homeobox homolog 1 Six1 045 0.35 046
NM.019280 Gap junction:membrane channel protein alpha 5 Gja5 0.46 0.16 0.28
NM_133293 GATA binding protein 3 Gata3 047 047 0.24

Abbreviations: MM, 2-mercapto-1-methylimidazole; PTU, 6-propyl-2-thiouracil.
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Fig. 3. Validation of mRNA expression of genes selected from microarray data (n=4 in each group). *P<0.05, **P<0.01 vs. untreated controls.

up- or down-regulation in response to 200 ppm MMI was much
lower compared with those of both PTU groups. Four hundred and
eighty six common genes (428 up-regulated; 58 down-regulated)
were identified with altered expression between MMI and both
PTU groups (Fig. 2 and Supplementary data: Tables 1 and 2).
Among these genes, the genes associated with central nervous
system (CNS) development, cell differentiation and cell adhesion
were commonly up- or down-regulated in response to anti-
thyroid agents (Supplementary data: Tables 1 and 2). Twenty-four
genes (20 up-regulated; 4 down-regulated) were related to CNS
development involving glial cell differentiation, axon guidance,
myelination, and cellular migration (Table 1). Among them,
12 up-regulated genes and two down-regulated genes showed

PTU dose-dependent expression changes. For confirmation of
microarray data, four genes that were up-regulated and two genes
that were down-regulated in response to anti-thyroid agents were
selected for mRNA expression analysis by real-time RT-PCR. Results
are summarized in Fig. 3. All genes examined showed fluctuations
in transcript levels in any of anti-thyroid agent treatment groups,
which was similar to that of microarray data.

3.2. Immunolocalization of selected molecules in cerebral white
matter

Immunohistochemical localization of vimentin, Ret, DCC and
Cld11 was examined in the cerebral white matter. Within white
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Fig. 4. Immunohistochemical distributions of vimentin- and Ret-positive cells in the while matter tissue. (A) Vimentin-immunoreactive cells in the cingulum. Untreated
control animal (left) and MMI-treated animal (right). 200 magnification (inset: 400x magnification). Graph shows the mean number of positive cells within the cingulum
at 200x magnification (untreated controls: n=6; MMI and PTU groups: n=10). **P<0.01 vs. untreated controls. (B) Ret-immunoreactive cells in the cingulum. Untreated
control animal (left), MMI-treated animal (right). 200x magnification (inset: 400x magnification). Graph shows the mean number of positive cells within the cingulum at
100= magnification (untreated controls: n=6; MMI and PTU groups: n=10). *P<0.05, **P<0.01 vs. untreated controls.

matter tissues, vimentin-immunoreactive cells were scarcely dis-
tributed in untreated control animals (Fig. 4A). After treatment with
anti-thyroid agents, the distribution of vimentin-positive cells were
mainly observed in the cingulum with a statistically significant
increase in number with MMI and 12 ppm PTU treatments (Fig. 4A).

Ret-immunoreactive cells were mainly observed in white mat-
ter tissues of untreated control animals (Fig. 4B). After treatment
with anti-thyroid agents, Ret-positive cells were mainly observed
in the cingulum with a statistically significant increase in number
with MMI and 12 ppm PTU treatments (Fig. 4B).

DCC showed diffuse immunoreactivity in white matter, indicat-
ing myelin sheaths with a statistically significant increase in the
intensity scores of animals treated with MMI and 12 ppm PTU as
compared with those of the untreated control (Fig. 5A).

Diffuse Cld11-immunoreactivity was observed in white matter,
indicating myelin sheaths (Fig. 5B). The immunoreactivity showed
a statistically significant increase in the intensity score of animals
treated with MMI as compared with that of the untreated control
(Fig. 5B).

3.3. Immunolocalization of GFAP

To investigate the cell type of vimentin-positive cells, cellular
distribution of GFAP immunoreactivity was analyzed as a marker
of astrocytes. Untreated control animals showed scattered distri-
bution of GFAP-immunoreactive cells in cerebral white matter, and
the number of GFAP-immunoreactive cells was higher compared
with that of vimentin-positive cells. GFAP-immunoreactive cells
showed a similar distribution to that of vimentin-immunoreactive
cells, with accumulated distribution in the cingulum (Fig. 6). After
treatment with anti-thyroid agents, the number of GFAP-positive

cells was significantly increased in animals treated with MMI and
12 ppm PTU.

4. Discussion

In our previous study [16], maternal exposure to MMI and PTU
induced typical hypothyroidism-related changes in the concentra-
tion of thyroid-related hormones, and variability in the distribution
of hippocampal CA1 pyramidal neurons due to neuronal mismi-
gration [16]. With regard to thyroid hormone-related changes
in functions or structures in glial cell populations, gene expres-
sion alternations have been reported in myelin-related protein
genes related to oligodendrocytes [20,21], as well as in enzymes
or cytoskeletal components related to astrocytes [22-24]. There-
fore, both oligodendrocytes and astrocytes could also be the target
of developmental hypothyroidism. We, in the above-mentioned
study [16], also observed changes in white matter structures
with hypoplasia due to impaired oligodendroglial development
as previously reported [2,9]. Using the same study samples, we,
in the present study, analyzed immunohistochemical distribu-
tion of molecules that showed fluctuations in gene expression
from microarray analysis of cerebral white matter tissue collected
using microdissection targeting oligodendrocytes and astrocytes.
This is the first report to use microarray analysis of gene expres-
sion changes induced by developmental hypothyroidism in white
matter, whereas there have been such approaches for the study
of cerebral cortex and hippocampal substructures [15,25,26]. We
found that anti-thyroid agents caused fluctuations in a number of
genes associated with CNS development involving glial cell dif-
ferentiation, axon guidance, myelination, and cellular migration
as listed in Table 1. Among them, vimentin, Ret, DCC and Cld11
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Fig. 5. Immunohistochemical distributions of DCC- and Cld11 in the while matter tissue. (A) DCC-immunoreactivity in the myelin sheath of the external capsule, internal
capsule, and fimbria of the hippocampus. Untreated control animal (left), MMI-treated animal (right). 40x magnification. Graph shows the mean intensity score of immunore-
activity at 40x magnification (untreated controls: n=6; MMI and PTU groups: n=10). **P<0.01 vs. untreated controls. (B) Cld11-immunoreactivity in the myelin sheath of
the external capsule, internal capsule, and fimbria of the hippocampus. Untreated control animal (left), MMI-treated animal (right). 40= magnification. Graph shows the
mean intensity score of immunoreactivity at 40x magnification (untreated controls: n=6; MMI and PTU groups: n=10). **P<0.01 vs. untreated controls.

showed immunohistochemical distribution changes in the cerebral
white matter of offspring after maternal exposure to PTU and MMI.

Cld11 is a four-transmembrane protein, which is primarily
expressed in oligodendrocytes of the CNS and is the third most
abundant CNS myelin protein [27-29]. Cld11 is involved in the
formation of intramembranous tight junctions within the myelin
sheath [30].Itis known that developmental hypothyroidism results
in continued reduction of oligodendrocytes in the CC region from
PND 10 [2]. In vitro study has shown that Cld11-overexpression
results in induction of oligodendrocyte proliferation [31]. This
result indicates that the overexpression of Cld11 at PND 20 is a
compensatory response to decrease numbers of oligodendrocytes.
However, mRNA levels were inconsistently decreased, suggesting

involvement of post-transcriptional events such as those regulating
mRNA stability and protein turnover.

DCC is a transmembrane receptor for netrin-1 via the fourth
fibronectin type Il domain [32]. Netrin-1 is a secreted pro-
tein, which elicits both attractive and repulsive responses in
axonal guidance, neuronal migration and oligodendroglial migra-
tion depending on the homomeric or heteromeric combination of
receptor dimers including DCC and Unc5 [33-35]. Netrin-1 signal-
ing via DCC mediates growth cone extension and myelin sheath
formation [36,37]. Therefore, increased expression of DCC in the
myelin sheath at PND 20 induced by developmental hypothy-
roidism in the present study suggests a compensatory increase in
response to suppression of myelin sheath formation [2]. However,

Cont MMI 3 12

PTU (ppm)

Fig. 6. Immunohistochemical distributions of GFAP-positive cells in the cingulum. Untreated control animal (left), MMI-treated animal (right). 200 magnification. Graph
shows the mean number of positive cells within the cingulum at 200x magnification (untreated controls: n=6; MMI and PTU groups: n=10). *P<0.05, **P<0.01 vs. untreated

controls.
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DCC has an alternative function to drive cell death independent of
both mitochondria-dependent and death receptor/caspase-8 path-
ways [38,39]. Moreover, DCC induces cell death in the absence
of netrin-1 [40]. Because we did not find an increase in netrin-
1 transcript levels using microarray analysis, it is possible that
increased ligand-free DCC may lead to glial cell apoptosis. Progres-
sive decrease in the CC area and the number of oligodendrocytes in
this area during maturation after developmental hypothyroidism
suggests the involvement of apoptosis due to increased ligand-free
DCC [2,16].

Ret is a receptor protein-tyrosine kinase of glial cell line-derived
neurotrophic factor (GDNF), a member of the transforming growth
factor-f3 family [41]. GDNF signals play a critical role in develop-
ment of the entire nervous system, kidney morphogenesis and
spermatogenesis. While the functional relevance of Ret in oligo-
dendrocytes has not been reported, this molecule is expressed
in progenitor and immature oligodendrocytes in vitro and medi-
ates cell proliferation induced by GDNF treatment [42]. Therefore,
increased expression of Ret on PND 20 proceeding developmental
hypothyroidism suggests a compensatory increase in response to
decreased numbers of oligodendrocytes [2]. However, Ret induces
cell death in the absence of its ligand similar to that of DCC [43].
Because we did not find an increase in GDNF transcript levels using
microarray analysis, a progressive decrease in the size of the CC
area and its oligodendrocyte density during maturation suggests
involvement of apoptosis due to the increase of ligand-free Ret
[2.16].

Vimentin is a member of the intermediate filament family of
proteins. In the brain, this molecule is expressed in immature astro-
cytes during development [44-46]. Reactive astrocytes that are
activated immature astrocytes during gliosis processes in response
to injuries of CNS tissue also express vimentin [47,48]. Reactive
astrocytes also express GFAP similar to that of mature astro-
cytes [47,48], suggesting that immature astrocytes can express
both of vimentin and GFAP. On the other hand, developmental
hypothyroidism leads to increase in vimentin expression in fetal
rat brains [23]. Increase of GFAP-expression was also reported after
developmental hypothyroidism in the CC region on PND 15 [49].
These results may suggest that developmental hypothyroidism
increases the immature population of astrocytes. In the present
study, vimentin-immunoreactive cells showed similar localiza-
tion to those positive for GFAP. Therefore, a larger population
of vimentin-positive cells in the cingulum induced by develop-
mental hypothyroidism was considered to consist of immature
astrocytes resembling reactive astrocytes. Interestingly, we previ-
ously reported frequent induction of subcortical band heterotopia
in the CC, manifested by the appearance of aberrant cortical tis-
sue in this anatomical area, in hypothyroid animals identical
to the present study [16]. Anatomical location of this hetero-
topic tissue was close to the cingulum accumulating immature
astrocytes, suggesting an etiological relation between the two.
Alternatively, the increased immature astrocytes may simply be
the reactive change in response to reduced oligodendrocytes due
to developmental hypothyroidism [2,16,49]. However, develop-
mental hypothyroidism may affect differentiation of neuronal
progenitor cells, thereby inhibiting differentiation into oligoden-
drocytes, and instead, facilitating astrocytic differentiation during
gliogenesis.

In conclusion, focusing on white matter development, we
found aberrant expression of molecules associated with brain
development after maternal exposure to anti-thyroid agents.
Immunohistochemically, we found increased expression of Cld11,
DCC, Ret and vimentin in white matter. Among them, vimentin and
Ret were expressed in immature astrocytes and oligodendrocytes,
respectively. Both positive cell populations were mainly distributed
in the cingulum with the largest area of white matter. Because

vimentin- and Ret-positive cells can be quantitatively evaluated,
these molecules may be useful markers of glial cells, which respond
to developmental exposure to thyroid hormone-disrupting chem-
icals.
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apsTracT. Cytological diagnosis is not generally conclusive enough to identify histopathological malignancy in canine mammary
tumors (CMTs). To establish cytological examination using fine needle biopsy (FNB) samples, gene expressions of hormonal recep-
tors, human epidermal growth factor recepior 2 (HER2), and transcription regulators (Special AT-rich binding protein 1: SATBI
and Snail) were investigated in both tissue and FNB samples of CMTs. In tissue samples of malignant CMTs, especially invasive
ones, low expressions of hormonal receptors and high expressions of SATB1 and Snail were detected. On discriminant analysis of
tissue samples, 73.2% of CMTs were correctly classified according to histopathological examinations. In FNB samples of malignant
CMTs, low expressions of hormenal receptors were detected. On discriminant analysis of FNB samples, 74.2% of CMTs were cor-
rectly classified according to histopathological examination. In conclusion, FNB gene expressions had a utility for diagnosis of CMTs
malignancy in some degree. By researching more sensitive genes for malignant CMTs, the gene examination of FNB samples from
CMTs will become a useful diagnostic tool that can be performed easily without anesthesia and could predict tumor malignancy and

invagion prior to surgical removal.

keyworps: canine, Fine Needle Biopsy, gene expression, mammary tumors.
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Canine mammary tumors (CMTs) are the most frequent
neoplasms in female dogs. Based on the histopathological
diagnosis, approximately half of CMTs is classified as ma-
lignant, and evaluation of tumor malignancy is clinically

essential to determine the type of surgery [9, 17]. Histo- -

pathological diagnosis is the standard tool for determining
tumor malignancy. However, most patients undergo surgical
mammary gland removal without biopsy because general
orlocal anesthesia is necessary to obtain tissue samples. On
the other hand, fine needle biopsy (FNB) can be performed
easily without anesthesia and is widely used to diagnose
many types of tumors. However, cytological evaluation
of CMTs is generally thought to be not conclusive snough
to discriminate correctly between benign and malignant
tumors [2]. Therefore, new cytological diagnostic tools that
can be used for FNB samples are needed.

Recently, many proteins or gene expressions have been
investigated for detecting tumor malignancy of CMTs.
Lack of estrogen receptors (ER) and progesterone recep-
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tors (PR), which normal mammary glands should express,
are well-known biomarkers associated with histologic
tumor malignancy, lymph node involvement, and distant
metastasis [11, 14, 26]. Moreover, in a study of ER and
PR expression of 113 CMTs, lower PR expression was
significantly associated with shorter survival times after
surgical removal [11]. In recent years, human epidermal
growth factor receptor 2 (HER2, c-erb-2) has been reported
to have an important role in tumor aggressiveness. Its over-
expression has been detected in 24--30% of human breast
cancers [3, 30, 32]. Anti-HERZ antibody is widely used for
HERZ-overexpressing breast cancers as an antibody drug

therapy. In the recent studies of HERZ expression of CMTs,

overexpression of this protein was detected in 17.6-35.4%
of malignant mammary tumors, and no or faint expression
was seen in most benign mammary tumors [16, 20, 22, 25].
However, survival times and survival rates were better in
dogs with HERZ2-overexpressing malignant mammary tu-
mors than in dogs with tumors normally expressing HER2
[20].

These biomarkers, which are expected to be usetul tools
not only te classify CMTs as benign or malignant tumors
but also to detect highly malignant, invasive tumors, were
mainly evaluated using immunohistochemical (IHC} stain-
ing techmiques. To identify gene biomarkers in CMTs,
quantification of the mRNA levels of many genes, includ-
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ing hormonal receptors and HER?2, have been reported [21,
23, 31, 34]. In these studies, mRNA was extracted from
mammary tumor tissue samples, but few reports assessed
the gene expressions of biomarkers in FNB samples.

Special AT-rich binding protein 1 (SATB1) is a matrix at-
tachment region (MAR)-binding protein and has emerged as
a key factor for gene transcription. By regulating many gene
expressions through remodeling chromatin architecture,
SATBI1 is thought to play an essential role in T cell differen-
tiation and activation [4, 24]. Furthermore, this nuclear pro-
tein has a cage-like distribution and tethers chromatin loops
to a distinct region as a genome organizer [10]. Recently,
SATB1 expression has been investigated in some tumors,
including human breast cancer [12, 18, 35]. Han ez ol re-
ported that high SATB1 expression level was correlated to a
high tumor malignancy and poor prognosis in human breast
cancer [18]. By reprogramming gene expression, SATB1
has been thought to make tumor cells more aggressive.
Snail, which is the zinc finger transcription factor and one of
the genes regulated by SATB1, has been described as ame-
diator of epithelial-mesenchymal transitions (EMTs) [6, 18].
EMTs are characterized by loss of cell adhesion molecules
and gain of mesenchymal markers [33]. In human breast
cancer, Snail was reported as an important key mediator of
tumor cell invasion and metastasis by induction of EMT [7,
29]. However, the roles of SATB1 and Snail in CMTs have
not been clear.

The aim of this study was to assess the utility of biomark-
ers for cytological examination to predict fumor malignancy
and invasiveness by compatison of mRNA levels of ER,
PR, HER2, SATB1 and Snail between benign and malignant
CMTs and between non-invasive and invasive CMTs, and
to establish a new cytological gene examination using FNB
samples.

MATERIALS AND METHODS

Patients: Fifty-five dogs studied included 14 Miniature
Dachshunds, 6 Shih-Tzus, 4 Beagles, 3 each of Malteses,
Papillons, and Shetland Sheepdogs, 2 each of American
Cocker Spaniels, Miniature Schnauzers, Welsh Corgi Pen-
brakes, West Highland White Terriers, and Cavalier King
Charles Spaniels, 1 each of Great Pyrenees, Poodle, Chi-
huahua, Japanese Spitz, and Miniature Bull Terrier, and 7
mixed breeds. These dogs had not had any malignant tumors
before excisional biopsy except for the malignant mammary
tumors. In 15 dogs, ovariohysterectomy (OHE) had been
performed prior to the removal of CMTs. One dog with a
mammary tumor was male. The dogs’ mean age at the time
of tumor removal was 10.0 years (range, 4 to 16 years).

Samples: Fifty-six tissue samples were obtained by
excisional surgery from 55 dogs with mammary tumors.
The tissue samples under 0.03 grams were obtained from
the marginal tumor tissues of the specimens. The mean
size of the CMTs was 2.9 cm (range, 0.5 to 11 cm). FNB
samples were obtained by inserting 22-G needles into the
tumors through the skin in 31 CMTs prior to tissue sample
collection. After these sampling, mammary tumors were

examined histopathologically by a veterinary pathologist
and classified according to the: WHO classification [28]
Based on the histopathological examination, the CMTs were
categorized into benign or malignant, and non-invasive or
invasive. Invasive tumor was defined as tumor with infiltra-
tive growth into the surrounding normal tissues or lymph
and blood vessels. All tissue or cytological samples were
immersed with RNA/lazer {Applied Biosystems, Foster City,
CA, U.S.A yovernight at 4°C or 30 min on ice, followed by
removal of the RNAlazer and storage at ~80°C.

RNA isolation and reverse transcription polymerase
chain reaction (RT-PCR):. Total RNA was isolated from
mammary tumors using an RNeasy Mini kit (Qiagen,
Hilden, Germany). DNAse digestion was performed using
an RNase-Free DNase kit (Qiagen). cDNA was synthesized
from 1 pg of tRNA with ReverTra Ace reverse transcriptase
{Toyobo, Osaka, Japan) and oligo dT primers {Toyobo} ac-
cording to the manufacturer’s insfructions.

Quantitative RT-PCR (qRT-PCR] analysis. ¢cDNA that
had been diluted for the amplification of the target genes
(BR, PR, HER2, SATBI, and Snail} was used for gqRT-PCR
analysis. A standard curve for each gene was produced using
100- and 10-fold serial dilutions of the genes as a template
{10%, 10°, 107, and 10° copies). The reaction was performed
using a Quantitect SYBR Green PCR kit {Qiagen) and an
1Q5/MyiQ Single-Color (Bio-Rad Laboratories, Hercules,
CA, U.S.A)) following the manufacturer’s instructions, run
as triplicates of each sample. The copy number of each gene
expressed in CMTs was calculated from a standard curve
and normalized-fo that of ribosomal protein 19 (RP19).
Each primer sequence is shown in Table 1.

Statistical analysis. The Mann-Whitney U test was used
to analyze the differences in the mRNA expression levels
of target genes between benign and malignant CMTs, and
between non-invasive and invasive CMTs, with £<0.05 con-
sidered significant. The genes that had significantly different
expressions among these categories were selected for dis-
criminant analysis. Each tumor sample was classified into
these categories by discriminant analysis. The relationship
between tissue and FNB samples in gene expression was
analyzed by Spearman’s rank correlation coefficient. Data
analyses were carried out with Excel Toukei 2010 (SSRI,

Tokyo, Japan).
RESULTS

Histologic study. The 56 tissue samples consisted of 28
benign CMTs (2 simple adenomas, 18 complex adenomas,
8 mixed fumors) and 28 malignant CMTs (12 simple car-
cinomas, 13 complex carcinomas, -1 adenocarcinoma, 1
carcinosarcoma, 1 osteosarcomay; of the malignant CMTs,
16 showed tumor invasiveness to the surrounding normal
tissues or lymph and blood vessels.

Gene expressions and discriminant. analysis of tissue
samples: The expression level of ER appeared significantly
higher in benign (median, 0.01; average, 0.03} CMTs than
in malignant (median, 0.002; average, 0.006) CMTs. The
difference in ER expression between non-invasive (median,
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Table 1. Primer mucleotide sequences

~ Gene Nucleotide sequence {5° to 37) Size tbp) Accession No.
ERu F: CCTTCAGTGAAGCTTCGATG 130 XM 533454
R: AGAAGGTGGACCTGATCATG
PR F: CAGGAAGAGTTCCTGTGTAT 255 NM_001003074
) R: CCGGGACTGGATAAATGTAT
HER2: F: CAGCCCTGGTCACCTACAA 120 NM_001003217
R: CCACATCCGTAGACAGGTAG
SATB1 Fr GATTCAGCAGGAAATGAAGCG 21 XM 342770
‘ R: GCTCTCCTGTTCATAAATGGC
Snail F: GACTCCCAGACTCGCAAGG 308 XM 543048
R: GACATGCGGGAGAAGGTTCG
RPI9. F: CCTTCCTCAAAAAGTCTGGG 95 XM_538673

R: GTTCTCATCGTAGGGACGAAG

F, forward; R, reverse.

0.01; average, 0.02) and invasive (median, 0.001; average,
0.004) CMTs was also significant {Fig. 1A). The tissue sam-
ples of spayed dogs expressed ER (median, 0.004; average,
0.009) less than those of intact dogs {median, 0.009; average,
0.020). The expression levels of PR were also significantly
higher in benign {median, 0.05; average, 0.07) CMTs and
in non-invasive {median, 0.03; average, 0.063 CMTs than
in malignant (median, 0.006; average, 0.02) CMTs and in-
vasive {median, 0.008; average, 0.02) CMTs (Fig. 1B). The
tissue samples of spayed dogs expressed PR (median, 0.009;
average, 0.02) less than those of intact dogs {median, 0.03;
average, 0.06). The expression levels of HER2 were similar
in benign {median, 0.02; average, 0.04) and malignant {me-
dian, 0.02; average, 0.03) CMTs, and non-invasive {median,
0.02; average, 0.04) and invasive {median, 0.01, average,
0.03) CMTs (Fig. 1C). The expression levels of S47B7 were
similar in benign (median, 0.1; average, 0.15) and malignant
{median, 0.1; average, 0.2) CMTs, but expression levels
were significantly higher in invasive (median, 0.14; aver-
age, 0.33) CMTs than in non-invasive (median, 0.09; aver-
age, 0.13) CMTs (Fig. 1D). In particular, S47B17 expression
levels were high in samples from patients that had a relapse
of CMTs or died within six months after tumor excision
(data not shown). Srai/ was similarly expressed in benign
(median, 0.03; average, 0.05) and malignant {median, 0.06;
average, 0.16) CMTs, but there was a significant difference
in Smail expression between non-invasive (median, 0.04;
average, 0.07) and invasive {median, 0.07; average, 0.2}
CMTs (Fig. 1E). To predict the histological malignancy of
each tumor based on gene expression, ZR and PR, which
showed significant differences between benign and malig-
nant CMTs, were used for the discriminant analysis. The
fotal accuracy of classification was 73.2% (Table 2A). Four
genes (ER, PR, SATB1, and Snuil) that had significant differ-
ences between non-invasive and invasive CMTs were used
for the discriminant analysis to predict tumor invasiveness.
The total accuracy of classification was 80.0% (Table 2B).
Gene expressions and discriminant analysis of FNB
samples: Quantification of gene expressions was performed
in 31 FNB samples from the CMTs, including 21 benign
.and 10 malignant CMTs. Seven FNB samples were from

invasive CMTs. HER2 was excluded from the target genes
for FNB analysis because of the tissue sample results. Sig-
nificant differences in £R expressions that were observed in
tissue samples were well preserved in FNB samples. High
expressions of ER in benign (median, 0.06; average, 0.08)
and non-invasive (median, 0.05; average, 0.08) CMTs and
low expressions of ER in malignant (median, 0.002; aver-
age, 0.008) and invasive (median, 0.002; average, 0.005)
CMTs were identified in FNB samples (Fig. 2A). PR ex-
pression levels of FNB samples were significantly higher
in benign (median, 0.07; average, 0.15) CMTs than in ma-
lignant (median, 0.004; average, 0.008) CMTs (Fig. 2B).
Moreover, a difference in PR expression was also detected
between non-invasive (median, 0.06; average, 0.13) and
invasive (median, 0.004; average, 0.007) CMTs. However, a
tendency for higher expressions of S4TB1 and Srail in inva-
sive tissue samples was not detected in FNB samples (Fig.
2C and 2D). On discriminant analysis of FNB samples, ER

“and PR were used for classification, along with both tumor

malignancy and invasiveness. Using the two genes, 61.9%
of benign and 100% of malignant CMTs, as well as 62.5%
of non-invasive and 100% of invasive CMTs, were correctly
classified (total accuracy was 74.2 and 71.0%, respectively)
{Table 3A and 3B). In addition, expression levels of ER,
PR, S4TBI, and Snaif in FNB samples were compared with
each of their expression levels in the tissue samples. ER and
PR had positive correlations (r,=0.74, £<0.01 and r,=0.83,
P<0.01, respectively}, but S4TB7 and Suail had no correla-
tion (1,=-0.08, P>0.05 and r,.=0.18, P>0.05, respectively).

DISCUSSION

Recently, the expressions of many genes and proteins in
tissues from CMTs have been investigated, and differences
in expressions between benign and malignant CMTs have
been reported. In the present study, to establish a cytological
gene examination that could be easily performed prior to
definitive surgical therapy, tissues and FNB samples from
CMTs were used for detecting mRNA levels of ER, PR,
HER2, SATBI, and Snail.

It is widely known that protein expressions of ER and
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Fig. 1. Comparison of (A) ER, (B) PR. (C)
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Benign Malignant

Non-invasive Invasive relative expression of each group.

PR decrease in malignant CMTs. Similarly, in the present  «/. also reported that protein concentrations of ER and PR
study, gene expressions of ZR and PR in the tissue samples  decreased in proportion to progression in the clinical stage
were lower in malignant CMTs than in benign CMTs, and  of CMTs [19]. These results indicated that £R and PR could
the tissue samples from spayed dogs expressed these genes  predict CMT invasiveness. On the other hand, higher gene
less than the samples from intact dogs. These data suggested  expressions of ER and PR in benign CMTs were detected in
that gene expression levels of ZR and PR have a relative  FNB samples, as well as in tissue samples. Thus, ER and PR
correlation with their protein expression levels and would  might be suitable biomarkers for gene examination of CMTs
be useful diagnostic tools to detect the malignancy of CMTs.  using FNB samples. This would provide valuable informa-
In addition, £R and PR showed lower expression levels in  tion to help determine whether ovariohysterectomy should

invasive CMTs than in non-invasive CMTs. Hashimoto e be done along with removal of CMTs.

¢
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Table 2. Discriminant analysis with ER, PR, SATBI and Snail

expressions

A. Classification of tissue samples by the histological malignancy
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Table 3. Discriminant analysis with ER and PR expressions

A. Classification of FNB samples by the histological malignancy

Result of classification by

Result of classification by

Histopathological discriminant analysis Accuracy
tumor type T :
Benign Malignant
Benign (n=28) 15 13 53.60%
Malignant (n=28) 2 26 92.90%
All samples  73.20%

H"S:zﬁﬁl:i\lgfcal discriminant analysis Aceuracy

- Benign Malignant
Benign (n=21) 13 3 61.90%
Malignant (n=10) 0 10 100.00%
All samples  74.20%

B. Classification of tissue samples by the tumor invasiveness

B. Classification of FNB samples by the tumor invasiveness

-Result of classification by

Result of classification by

Hisiopatlimlvogical discriminant analysis Accuracy
tumor type .. .

- Non-invasive Invasive
Non-invasive (n=40) 38 2 95.00%
Invasive (n=16) .9 7 43.80%

All samples  80.00%
A p<0.0001 ER p<0.005
0.5 0.5
% L
0.4 - 0.4 -
- % 03 4
% 0.3 '5
Z 02 A £ 02
— <
E 3 < $
' 0.1 4 0.1 -
e
0 . N 0 - —%

Benign Malignant Non-invasive Invasive

C - SATB1

05 - 0.5

- & &

0.4 , 04 -

0.3 - _ 03
@ —
g g s £ $ S
£02 4 Z 0.2
= =
2 S 2 H

0.1 4 % £ 0.1 i

0 v 4 T

Benign Malignant Non-invasive Invasive

Histopathological discriminant analysis Aceuracy
tumor type - - -
Non-invasive Invasive
Non-invasive (n=24) 15 9 62.50%
Invasive (n=7) 0 7 100.00%
All samples  71.00%
»<0.00005 PR
' o <0.001
1.2 f 1.2 - P
¢ %
14 14
gﬂ 8 - 08 -
fos - @ 2061 @
= ke
S =
04 - 0.4
024 @ 024 ¢
0 ”L’E"*ﬁ 0 “ix%*—’ﬁ

Benign Malignant Non-invasive Invasive

Snail
08 , 2005 08 -
®
° M ®
06 - 06
5
2 3
e g
204 204 -
= o
3 =<
[+
02 @ 024 ®
'S ®
o8&

Benign Malignant Non-invasive Invasive

Fig. 2. Comparison of (A) ER, (B) PR, (C) SATBI, and (D) Snail mRNA levels in FNB samples between benign and
malignant CMTs, and between non-invasive and invasive CMTs. Cross bars indicate median relative expression of each

group.



