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uethylation of LIT1 in maternal allele, called loss of imprinting, occurs
eeral adult tumors and about half of BWS. LIT1 inhibits expression
cumjacent genes including KIP2, a tumor suppressor gene. We
uthesized that suppression of LIT1 gene could induce*KIP2 and result
afitumor effect. Since PIP can recognize DNA in a sequence specific
er, PIP designed against the transcription factor binding site can inhibit
ssion of the target genes. In the present study, we generated a PIP for
T box in LITI promoter region and investigated its effect. At first, the
flation status of LITI promoter region in BWS cells(BWS 6, 7, 8, 9) were
ed by MassARRAY EPITYPER. Second, BWS cells were cultured with
ithout 1 # M PIP. Then, the expression levels of LIT1 and KIP2 mRNA
, and HUVE malyzed by real time RT-PCR. BWS 6 showed demethylation of LITI
in normoxia (@ 9 qoter regions and high expression levels of LITI mRNA. After 72 hours
-neic activity, sueltye BWS6 showed down-regulation of LITI expression (p<0.05) and up-
ing. ~lition of KIP2 expression (p<0.05). Those results indicate that this PIP
i be a therapeutic agent in BWS patients with tumors showing high
ission level of LIT1.
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Hiroshi Kimur: (ADP-ribose) polymerase (Parp) inhibitors are in clinical trials for cancer

s with PcG2

., Okayama Uniw,#y as a DNA repair inhibitor. However, although Parp-1 is recently
ayama Univ., *Di ested as an epigenome regulator, the action of Parp inhibitors on
mics Group, Sch. oftiome are not well studied. It has been reported that PARP inhibition
of Med., Mansouréel DNA hypermethylation in several cell lines. Interestingly, we previouly

rted the enhanced trophoblast differentiation of Parp-17 embryonic stem
n of hematopoit >SSk (ESCs) as reported in Dnmtl1”- ESCs. This led us to examine the role
ir expression 1eVelSIRP as anti-hypomethylation barrier in ESCs. Here, by analyzing DNA
tumor prog lation in PARP inhibitor treated and Parp-17- ESCs in a genome-wide
97 patient s ier, we showed particular loci are hypomethylated. Hypomethylated loci
»f B-cell lymphom&hyted to all chromosomes in a similar frequency, whereas the frequency
istochemistry. Th€permethylated changes were variable. Comparing with the expression
o be 90%, 56.9% anjata, hypomethylation seems to contribute to enhance gene expression
nong BCL, highe8kios loci. Our study suggests that induction of DNA hypomethylation is
wed by high-g ad&io of PARP inhibitor besides DNA repair inhibition, at least in ESCs.
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(pG island methylator phenotype (CIMP) is closely associated with
~ wrvival in neuroblastomas (NBLs) (HR=22 in 140 Japanese cases;
1iin 145 German cases) [Cancer Res, 65:828, 2005; Cancer Lett, 247:253,
| This fact suggests that a demethylating agent could be an effective
“mtment of NBLs. Here, we examined the dose effect and toxicity of

Development of epigenetic treatment using neuroblastoma
xen
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5-azacytidine (5-azaC), using a xenograft model of a CIMP (+) NBL cell line.
Three to six mice in a group were inoculated subcutaneously with NB-39nu
cells (3 x10° cells) on day 0. 5-azaC was administered intraperitoneally at
a dose (0, 0.2, 0.4, or 0.8 mg/kg) once a day from day 4 to 9. The average
volume = SD (mm®) of tumors on day 20 were 2983 + 935, 1893 + 1728
(P=0.29), 1266 = 491 (P<0.01), 1709 £ 153 (P=0.07) for the groups of 0,
0.2, 0.4, 0.8 mg/kg,respectively. Adverse effects; body weight loss and
leukocytopenia were monitored. Body weight loss was not observed during
and after treatment, while leukocytopenia was not observed on day 20, but
not examined during treatment. These data suggested that 5-azaC could be
effective for neuroblastomas in vivo.
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CSC-3436, a Novel Compound, Synergizes with Tamoxifen
against Estrogen-Negative Breast Cancer Cells

JUL-WEN MA', SHENG-CHU KUO? TZONG-DER WAY?, JUNG-YIE KAO!
(‘Inst. of Biochemistry, National Chung Hsing Univ., Taiwan, *Grad. Inst. of
Pharmaceutical Chemistry, China Medical Univ., Taiwan, *Dept. of Biological
Science and Technology, China Medical Univ., Taiwan)

Tamoxifen is one of the most widely used chemotherapeutic agent for the
treatment of estrogen receptor (ER)-positive breast cancer patients. The
efficiency of tamoxifen has been demonstrated to induce apoptosis and
reduce cell proliferation in tumor cells via inhibition of ER signaling.However,
recent study indicated that tamoxifen at high concentration possesses
antitumor activities in ER-negative cancer cells. Here, we use CSC-3436, a
derivatives of 2-phenylnaphthyridin-4-ones (2-PN) to address the hypothesis
that the efficiency of CSC-3436 sensitizes ER-negative breast cancer cells to
tamoxifen.Two breast cancer cell lines (MDA-MB-231 and BT-20) lacking
expression of ER a were used in this study. CSC-3436 restored the expression
of ER a and sensitized to the anti-proliferative effects of tamoxifen both in
MDA-MB-231 and BT-20 celllines. Mechanistically, this CSC-3436-mediated
sensitization was correlated to switch tamoxifen-induced autophagy to
apoptosis. The results showed that CSC-3436 could be used as a potential
compound to improve tamoxifen sensitivity inER-negative breast cancer cells.
This combinatorial approach is worthy of continuing investigation.

Keywords: Estrogen receptor, Tamoxifen

The significance of DNA methylome for tumor progression

in multiple myeloma: An MBD-sequencing-based approach
Masanori Nojima', Yuka Aoki? Hiroshi Yasui’, Reo Maruyama®, Hideki
Asaoku’®, Tadao Ishida? Takashi Tokino*, Mitsuru Mori’, Hiromu Suzuki*®,
Yasuhisa Shinomura?® (*Dept of Public Health, Sapporo Med Univ Sch. of
Med, *1st Dept of Int Med, Sapporo Med Univ, *Dept of Mol Biol, Sapporo

* Med Univ, ‘Res Inst for Frontier Med, Sapporo Med Univ, "Hiromshima Red
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[Aim] To assess the significance of DNA methylome in tumorigenesis of
multiple myeloma (MM) by integrated analysis including MBD-sequencing.
[Methods] After DNA extraction from MM cell lines, and plasma cells of
MM, MGUS, and normal plasma cells, we enriched sheared fragments of
methylated DNA using Methylminer™ Methylated DNA Enrichment Kit
(invitrogen) followed by sequencing analysis using SOLiD™ system (life
technologies). We then counted read-tag numbers, which quantitatively
reflect the methylation levels. [Results and comments] Referring to the
results of mRNA expression analysis using ¢cDNA microarray (Agilent), we
found a significant reduction of expression level with tag number increase
in the genes with promoter region in which CpG islands located (Rs=-0.562,
P<0.001). On the other hand, gene-body methylation level was positively
correlated with expression level (Rs=0.351, P<0.001), and this tendency
was observed more clearly in non-CpG island genes. Interestingly, genetic
deletions in MM were frequently observed in genes with commonly lower
methylated gene-body. We will also present the significance of the changes in
DNA methylome during multistep tumorigenesis in MM.

Keywords: Multiple myeloma, DNA methylation
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