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WZTH2ETHY, BERREN AW T niR-125a 33 X U miR-125b 2% tumor-suppressor miRNA
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WFZERC - OMEBE : The findings of the present study demonstrate that miR—125a and miR-125b
are tumor—suppressor miRNAs and were down-regulated in the early stage of bladder
carcinogenesis. We also identified 12 potential target genes of miR-125b by proteome
analysis of pre—miR-125b—introuduced human bladder cells. These findings enhance our
understanding of the function of miRNA, and provide potential chemoprevention and
therapeutic targets for bladder cancer.
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(1)BBN&#IE T v MEMEA AIZI 1T % miRNA
ST

6 WEKE F344 7 > N & 2 BEIZA0 T, R
121X Fbutyl-M (4-hydroxybutyl)
nitrosamine (BBN) 2 0. 05%MD & Tk ¥ 5
L. XFHBHCIIKIEKREZ 48 BE&E G LT,
Ncode miRNA Microarray (Ver.2, Invitrogen,
261 miRNA probes #5#k) & H\V T, BBN #%%
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BlZ R L7- 6 FEH D miRNA DR B2 Mt L7z,

(3) 7 v MM RN ICB T 5
miRNA J& LT

6 W ENIEF344 % » 1 BBN & DMA 25 8 7- 8
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L7z, ERBPAWEORGREZETNEND
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2-acetylaminofluorene (2-AAF). phenethyl
isothiocyanate (PEITC). benzyl isothio
cyanate (BITC). sodium othro-
phenylphenate (NaOPP). Butylated
hydroxyanisole (BHA) 35X Wuracil (JREE
#5) OBRGREITZENZEN 0.025%, 2%,
0.1%. 0.1%. 0. 1% B LT 3% Th o7z, I
RN AE diethylnitrosamine (DEN, #k7/K
¥eh) . BRNAWE Methyl-MVhydroxy
ethylnitrosamine (EHEN, fk/k¥e5) B L
KNGFEDS AW’E 1. 2—dimethyhydrazine (DMH,
MERENEE G 1R/ O&RGREXENE
A 0.1%, 0.05%3 Z1f 40mg/kg. B.W Td >
7= FEREALA1 4 #1Z Tagman microRNA assay
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80 300
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(2) Dimethylarsinic acid (DMA) T L
727 v MEEREA A 7L % miRNA J& BLfEHT

DMA #5387 ]‘Hﬁﬂ)’ﬁ $51F B BBN 358t
DA TRIEOIK TR b7z 6 FED
miRNA DR B2 W L7zfER (B D)., EwkE
ERERS T b U C miR-125a X (X miR-125b D
FBENMEET » MEMAA L BICHEE R
& T L7225, miR-30d, miR-126, miR-143 ¥ &
' miR-203 23 BBN #EF&ERE 2N AL & B 7p - Titfi

F2 1 DMA FBFMEMEDS ANTISIT B miRNA F& 8

Fold changes
(Vv.s. non-treatement mucosa)

DMA- DMA-

male-Tumor  female-Tumor
miR-30d 30* 4.4*
miR-125a 0.6* 0.5*
miR-125b 0.2* 0.5*
miR-126 5.9* 17.1*
miR-143 15* 2.4*
miR-203 11.8* 31.9*

* Significantly different from non-treatment mucosa.
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DB R — N R % = &ﬂ%z%nto
F7-. miR 125a KO miR-125b I3 2 FRIH O
e AC B W T @ L CTREEBEDOA B RMK

THRBOLNIZZ LMD, TR BN A
DIAIEHES 2 Z LRIz,

(3) 7 v MEMREEEERE BT S
miRNA 8B AEAT

Z v MITBBN K ONDMA %4 7= 8 fl¥E DI
WEFEDSAWE. & DT 3 FRFHD FEREHEFE 23
A% 5% i E R 4 &G LB pERaiRI
BiF5 niRNA REEZRB LR (E2).
miR-125a & miR-125b W5 & &< TDE
RN AMBE BN TIE L TREEDOAR
%\‘fcﬁ{&‘FZ)‘mu&b%ﬂfuo —jj j—’\‘(@ékﬂﬁ
BT AW E TIIRBLEDO LB XA L7
Mole, TNHOMFEID, miR-125a KON
miR-1256b X BE Bt & 2 A I B » T
tumor—suppressor miRNA & L Cf& ., B H#i
DEEREDS A DOFRAICE G55 2 ERRIE X
7=, E7-. miR-30d, miR-126, miR-143 I3 &
miR-203 D FEELEHS DMA JEIEAS A CTHEIC
L7223, 4 WG L7k cida B
M LTe, ZOZ ED, miRNA DEBEEIE S A
WRRIZBWTZEORBI L)V NEHT HY
BNRHDH T ENTRBRE T,

# 2 7 MEDLEYERIM:
B X O miR-125b DI

¥1F % miR-125a

Fold changes (v.s. non-treatement mucosa)

Test chemical miR-30d miR-125a miR-125b miR-126 miR-143  miR-203

Bladder carcinogen

BBN 05* 05* 0.3* 0.4* 02* 12
2-AAF 0.6* 06* 0.6* 0.7 0.5% 13
PEITC 0.6 0.4* 0.6% 0.7 0.4* 0.6

BITC 0.6 0.4* 0.7* 0.9 0.2* 1.0
NaOPP 0.5* 0.3* 0.5% 0.5% 0.2* 14

BHA 0.4% 04* 0.5* 0.5% 0.2* 12
Uracil 0.4% 0.2% 0.4% 0.3% 0.0% 18*

DMA 0.6* 0.6* 0.7* 0.5% 0.4* 0.7

Non-bladder carcinogen

DEN 11 11 1.2 13 12 1.2

EHEN 11 11 1.0 12 11 15

DMH 11 11 1.0 11 11 12
* Significantly different from non-treatment mucosa.
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ZOFRER LY | miR-125b OREHNEE T DFE
ABRTCIX, RT4 BEMEAS AU IZ Pre-miR-125b
AL, EAHIDE L Negative control
R (NCHRAR) X X7 L, Q-Star
Elite LC-MS/MS system W TEAIZL S
B R BOEEBERR LI, TOREER, NC
FMRIZ Ebi#E LT Pre—miR-125b Z3& A L 7-#
JACHEANAREICH VB L OEEHEML -
2RI 21 EENPRO LN, F, 2
e DX NI IEIZDW T Ingenuity
pathway analysis #{T->7-& 2 A, miR-125b
DB AT LY Actin cytoskeleton, RohA,
VEGF, PLC BL N PAK > 7 F /SR = A 0
EEHLI-Z EAVHIBA L7, & 51T, miRNA 28
B FORBAZAICHETT 222006, Th
HX NI DD HLIEBOFRERIKTRED
HIL-H DAY miR-125b DORERYTdh % AIREE
NEWEEBZ BN (33),

# 3 Pre—miR-125b 3 A RT4 #fA CIENSAH EITHD L
e DAV

Name (V_F;été%n) P value
Coactosin-like protein 0.003 0.003
Keratin, type | cytoskeletal 14 0.01 0
Small proline-rich protein 3 0.01 0
Protein S100-A4 0.01 0
Tubulin-specific chaperone A 0.01 0.04
40S ribosomal protein S4, Y isoform 2 0.01 0.022
Importin-4 0.02 0.049
LIM domain and actin-binding protein 1 0.03 0.004
Annexin Al 0.05 0
AHNAK 0.10 0
Prothymosin alpha 0.11 0.002
Protein S100-A11 0.11 0.007
Lamin-A/C 0.12 0.002
Myristoylated alanine-rich C-kinase substrate 0.13 0
Ezrin 0.13 0.014
Elongation factor 1-delta 0.16 0.038
14-3-3 protein sigma 0.19 0.05
Beta-actin-like protein 2 0.25 0.004
Keratin, type Il cytoskeletal 8 0.26 0
Keratin, type | cytoskeletal 18 0.31 0.037
Keratin, type Il cytoskeletal 7 0.50 0.036
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