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Inhibition of LlTl Gene Transcription by PI 
Polyamide(凹的 in Beckwith-Wiedemann syndrome(BWS) 
fibroblast cell Iines 

asuke Yoshizawl!1 ,2, Shota Uekusa口， Hiroyuki Kawashima ,,2, Kyoko 
'ar計， Hiroki Nagas治3 ('Dept. of Pedia甘ic Surgery, Nihon Univ, Sch , of 
叮 叮iv. of General Med., Nihon Univ. Sch. of Med ., 3Div. of Cancer 

shi 3代 K且zushige 削悅 Chiba Cancer C甘'. Res. Inst.) 
of Pharm., Tokyo 嚇維芽細胞株lζ治11~ Pl i!fυ7三戶lζ~~ LlTl 遇低于@凳現抑制仿檢討
e, Tokyo Medica! !;~'l~; ~-~~';'" ~~ 1~2 4Inst. of Medica l 信輔1.2、植草酋太 、川島弘之 1.2、接原恭子2、永瀨浩喜3 (1 日本

世匡字鄧小兒-乳腺內分泌外科、 2日本大字區字部綜合內科、

直累計人J它Y夕一研究所)
As在介lJ1t細胞 ethylation of UTl in maternal allele, called loss of imprinting, occurs 

,fI'eral adult tumors and about half of BWS. LITl inhibits expression 
目rcumjacent genes inc1uding KIP2 , a tumor suppressor gene. We 
,lhesized that suppression of UTl gene could induce'KlP2 and result 
叫 tumor effec t. Since PIP c祖 recognize DNA in a sequence specific 

ler, PIP designed against 出e 甘anscription factor binding site can inhibit 
:NAs deri.'::ed ~om ,ression of the ta耶t genes. ln the present s仙旬， we generated a PIP for 
tference, Frontiers ~\AT box 凶 L汀1 promoter region 個d investigated its effect. At first， 出e
1sight inωcel1剖cell 卸lation status of LITl promoter region in BWS cells (BWS 6, 7, 8, 9) w草're
. or not K562 cells ~;ed by MassARRAY Ëpr甘PER. se∞nd， BWS cel1s were cultured with 
倍。geneic activity. 喲。ut 1μM PIP.甘1凹， 也e expression levels of UTl and KlP2 mRNA 
;, and HUVEC_S_~ ~ analyzed by real time RT-PCR. BWS 6 showed demethylation of LITl 
in normoxiaα0%) ~oter 'regions and high expression levels of LITl mRNA. 'After 72 hours 
eneic activity, such ~間， BWS6 showed down-regulation of L汀1 expression (p<0.05) and up
ing. !ilation of KlP2 expression (p<0.05). Those results indicate 出at this PIP 
32 cells in hypox.ic ,Il be a therapeutic agent in BWS patients with tumors showing high 
:swhenmparz州n level of LITl . 11圓圓心細側目ofDNAm咄何必rtumorp呵es叫
Using a Taqm 間的: imprinting, Methylation in multiple myeloma: An即ffiD-sequencing-based approach 

ling miR-210，可as ~asanori Noiim!!. ' , Yuka Aoki', Hiroshi Yasui 2, Reo Maruyama3, Hideki 
w叫c condition盟.P且P inhibi伽 induces DNA hypomethylation of Asaoku5, T伽 Ishida2， Takashi 1ì帥。" Mitsuru Mori ', Hiromu S凶船只
NA secr:~ed_fr~m- parti叫ar loci 旭 mouse embryò:;Uc ste.it cells Y;~~his~ shi~~~~;;2 é1 D~-pt-~f p~bî;~- H~;ith:-s~p;;'~~~' M~d'Ü~i~-S~h~ of 
!neic activíty m tne盛I!!.i垣旦ri'. Hiroaki Mukai 1且 ， Yasufumi Mur法ami'， Mitsuko Masutani' Med, 21st Dept of Int Med, Sapporo Med Univ, 3Dept of Mol Biol, Sapporo 

1. of Genome Stability Res. , National Cancer C甘'. Res. Inst. , 2Faculty of 、 Med Univ，旬的 Inst for Fro Ìltier M剖， Sapporo Med Univ, 5Hiromshirna Red 
Istria1 Science and Technology, Tokyo Univ. of Science) Cross and Atomic-Bomb Survivors Hosp) 
'~1I害部~I<: ~:>τES細胞cl秀導芒机志 DNA脫，>(7')11化交化 多凳性骨幢幢仿凳生lζ ct:ì 11Ð DNA.>( 7'口-b.仿意畫畫: MBD~-7:;~:; 

; wi也 PcG2 詰彰1、向井大晃 1.2、村上康文2、 益谷美都子 1 (1固立廿九研它﹒研~'法lζ J:.ÐT7口一于
lyrnphoma 

2 ' 1:.安定性、 2東京理科大﹒ 生物工 ﹒基髓工﹒于.Jb.生物) 野島正寬 1、青木由佳2、安井竟2、丸山玲緒3、麻奧英毅5、 石田禎夫2、
lkata'. Hiaki Sato 
Hi;0'shi'Ki;~;;4:MDP-ribo_:;~~ ?olym~r~s~ σ'arp) inhibiωrs are in clinical trials for c甜的 時野隆至大森智、鈴木拓旦失篠村恭久2 (1札幌區科大字區字部公
丸， Okayama Univ，﹒旬y as a DNA repair inhibitor. However丸， a叫lt出ho叫ug帥h Par叩p-l is recently 眾衛生字講座、 2札幌區科大字區字部第一內科、 3札幌區科大字區字
咖na糾Un肌i廿忱v吭.， 3伽De戶帥d a泌s a叩n e叩pi恥ge叩n叫l
:范沮叫恤n叫肌1甘泌i比cs Group, Sch. 0會nome are not well studied. lt has been reported that PARP inhibition 十字原爆病院)
。f Med. , Mansoul'8lfd DNA hyperme也ylation in several cel1 lines. Interestingly, we previouly [Aiml To assess the significance of DNA methylome in tumorigenesis of 

'rted the enhanced 甘ophoblast differentiation of P.切p-l '/' embryonic stem multiple myeloma (MM) by integrated analysis inc1uding MBD-sequencing. 
n of hemaωpoi甜可(ESCs) 的 reported in Ðnmtl'/' ESCs. This led usωexamine the role [Methodsl After DNA extraction from MM ce111ines, and plasma cells of 
ir expression levell.\RP 的 anti-hypomethylation barrier in ESCs. Here, by analyzing DNA MM , MGUS, and normal plasma cel1s, we enriched sheared fragments of 
tumor progressi~'ylation in PARP inhibitor treated and Parp-l '/' ESCs in a genome-wide methylated DNA using Methylminer™ Methylated DNA Enrichment 阻t
97 patient sampl叫眩'， we show吋 p咀rticul訂 loci are hypomethylated. Hypomethylated loci (invitrogen) followed by sequencing analysis using SOLiD™ system (life 
)f B-cel1 lympholIl';llutedωall chromosomes in a similar frequency, whereas the frequency technologies) . We then counted read-tag numbers, which quantitatively 
istochemistry. Thljpermethylated changes were variable. Comparing with the expression reflect the methylation levels. [Results and commentsl Referring to the 
o be 9帥， 56.9% 叫帥， hypom拙ylation seems to con出buteωenhance gene expression results of mRNA expression analysis using cDNA microarray (Agi1ent) , we 
nong BCL, high~岫 loci. Our study sugges怨自at induction of DNA hypomethyl甜on is found a significant reduction of 凹pression level with tag number increase 
wed by high-grad恥n ofP且Pinl曲i切r besides DNA repair inhibition, at least in ESCs. in the genes with promoter region in which CpG islands located (Rs-0.562, 
1.. . Difference in i~且: demethylation, Parp P<O.OOI) . .on the other hand, gene-:body met~ylation level was positively 
es was stat的ticallj . .- -_ . , . C correlated with expression level (Rs=0.351, P<O.OOl) , and this tendency 
veen aggressive 司哩. Development of epigenetic treatment using neuroblastoma was observed more clearly in non-CpG island genes. 1時間組ngly， genetic 
叫“ strong positi1{一- xenograft deletions in MM were frequently observed in genes with commonly lower 
a in TC. These d喇shi Asada', Hiroshi Kawamot0 2, Akiko Mori ' , Atsushi Makimo耐 me位lyla他d gene-body. We wil1 also present the signific加C吧。f the changes in 
Irrelates wi仕1 tum啦一 Ushijima 1 (IDept. of Epigenomics, Natl. Cancer Ctr. Res. In哎 DNAmethylome during multistep tumorigene到sinMM.

倒c Oncology Div., Natl. Cancer C甘. Hosp.) Ke戶;vords : Multiple myeloma, DNA methylation 
!I移植腫昌，老周1，，1t工匠::_;工本于-{'Y夕治療仿闖凳

里1、河本博2、森明子 1、牧本敦2、牛島俊和 1 (1 固立加入J研究它﹒研﹒
/b.解析分野、 2固立廿九研究它﹒病 -小兒腫傷科)

CpG island methylator phenotype (CIMP) is closely associated with 
survival in neuroblastomas (NBLs) (HR=22 in 140 Japanese cases; 
自 in 145 German cases) [Canc活r Res, 65:828, 2005; Cancer Lett, 247:253, 
, This fact suggests 出at a demethylating agent could be an effective 
~atment of NBLs. Here, we examined the dose effect and toxicity of 

P-2357...P-2361 
5-azacytidine (5-azaC) , using a xenograft model of a CIMP (+) NBL cel1 line. 
Three to six mice in a group were inoculated subcutaneously with NB-39nu 
cells (3 xl06 cel1s) on day O. 5-azaC was administered intraperitoneal1y 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 (mm3) of tumors on day 20 were 2983:!: 935, 1893 :!: 1728 
(P=0 .29) , 1266:!: 491 (P<O.OI) , 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 
leuko句topenia were monitored. Body weight loss was not observed during 
and after 甘eatme肘， while leukocytopenia was not observed on day 20 , but 
not examined during 仕ea甘nent. τbese data suggested 也at 5-azaC could be 
effective for neuroblastomas in vivo. 
Keywords: Epigenetics, DNA methylation 
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單盤盟. CSC-3436, a No間1 臼mpound， Syne唔zes 咱也 Tamoxifen
against Es甘ogen-N唔ative Breast Cancer Cells 

IUI-WEN M/1', SHENG-CHU KU02, TZONG-DER WAY3, ]UNG-YIE KA01 
(' lnst. of Biochemis甘y， Na世onal Chung Hsing Univ. , Taiwan, 2Grad. Inst. of 
Pharmaceutical Chemis甘y， China Medical Univ. ， τ'aiwan， 3Dept. 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 cel1 proliferation in tumor cel1s 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-phenyInaphthyridin-4-0nes (2-PN) ωaddress the hypothesis 
that the efficiency of CSC-3436 臼nsitizes ER-negative breast cancer cel1s to 
tamoxifen.Two breast can臼r celllines (MDA-MB-231 and BT-20) lacking 
expression of ER a were used 凶仕的 study. CSC-3436 restored the expression 
of ER a and sensitized to the anti-proliferative effects of tamoxifen both in 
MDA-Mß.231 and BT-20 celllines. Mechanistiωlly，出is CSC-3436-mediated 
sensitization was correlated to switch tamoxifen-induced autophagy to 
apoptosis. The results showed 出at CSC-3436 could be used as a potential 
compound to irnprove tamo泊fen sensitivity inER-negative breast can臼r cells. 
This combinatorial approach is worthy of contin凶ng investigation. 
Keywords: Estrogen receptor, Tamoxifen 
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