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Lo —F N miR-504 ) e SCIE FA%H R H T 1l -7 o B o o i 25 M ) 3, B, i
R X FERZERFF N5 5" ~AGACCCUGGUCUGCACUCUAUC-3" #ZH & Fr 51| AN X B AL
Ry 3 i A A IRy B B R i H R 5 I e R H IR I IR SR K 51

2. 00 AU SR 1Pk B H &, HRIEAE T, it R X FERBEH KR P 5N
5" ~GAUAGAGUGCAGACCAGGGUCU-3’ »

3. AUBURIEESR 1 B 2 Frik i ad, HARAEAE T, ik [k LR F W st — D i ifi .

4. GOBUMIEER 3 Bk i Y age , HORFARAE T, Prid B 1 e B R B A L I SAS U R A IR
ZRAZ A (18— PP LA

5. QIAANEER 4 Frik i 3, HRrEAE T, Prid i ik B iAB 1 . 27 — F A A B 1A
B[] A o F — A B LAl

6. GUBURIEESR 1 ik i T, HAFAEAE T, ik e MR IR S HAhia )7 259G
JtiH .
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A miR-504 M X BB EER R H M H

ARG

[0001] AR BH J& T AW R 20 B R S8R0 25 W k. B A, A R B ¥ K — Fh
microRNAs (miRNA) Jx MSE A% H 1, JUH P B A microRNA-504 ( A miR-504) Jx M5 5%
BE AN %R CERZE A5 A niR-504 Tk, AMIHIHIA miR-504 ()25 ik
BIFUIRRIAE T o AR ITEH LA 1% miRNA i CE R H R ZMA 5.

A

[0002]  miRNAs ( X kA microRNA By RNA) S&/INMEIAESwAD RNA, K-/ A 20-25bp, 1l % 2
FH RNA SR A 1T (Pol TT) ¥ 3iy, — MW M KB A IE 451 (TMGpppG) 12 iR
HEREE (AAAAA) ) pri—miRNA (primary miRNA, #]Z% miRNA) oiX %6 pri—miRNA 7F RNase 111
Drosha Fl L 4H Bl K+ Pasha BIAE T AL R B 70 N AZH 1 2H 5 ) T4 miRNA (precursor
miRNA, pre-miRNA) . RAN-GTP Fll exportin 5 (%t A 5) WX Phaiid 75k 2 41 i 5
o fJE, 55— RNase I11 Dicer (BZFEZIR M UING ) # H BTV ™ A 4000 22 MEHBRK K
B . IX PP RUVEEIR e 51 33 N\ miRISC (miRNA—induced silencing complex, miRNA i
FHVERE &Y ) EE4E, P& Argonaute B2 (AGO 21 ) , Jf H A H 4% miRNA
REAX—EE5YH . B miRNA 256 215 H B MY mRNA FA7 A5 5 180 G 7 B T
B H AN AL G0 $a 5L R R IE , 5 48 mRNA A 58 4= HAME) mi RNA 78 88 (A 580 12 KP4
HERTR o BRI, e Ut tH AT UEHE 22 B, 3% 6 mi RNA 97 7] BE B2 0 mRNA (158 58 Pk o 8 FH X FhAL il
[*) miRNA 25607 S 7E mRNA 1) 37 s dERA PR X o 2 miRNA 54847 e B AN (BCE L
PEATAN ), ABAIXEE miRNA (45 A AR 51 EE 75+ mRNA [ BEM# . miRNAs 7EA) gk
FH AR , 504, FE AN B T 25 R R B miRNAs RIS T 5 1 20 SR e e A P 1k
[0003]  EHI, RAIR/IN—3 7 miRNAs AN 22 D RefS 28 B . 3X % miRNAs 1 7 40 e A=
KPR, SEWERKKEA R —RIIPIPFFRH :miRNAs 7E4H A KA T 4
WAL R YR 5 2 5 DRV 5 S AP 2R e RO AR M  BR 5 25 433 - R T A T 1~ O I R AR I i
AR G R EEMEM . B, niR-273 S5 &R ME RS Kk G iEFE imiR-430
Z 53 S m KN E smiR-181 &6 FLah Wi M40 i 7346y B 4 smiR-375 i 750 2L,
BIYIIR A0 M R B AR B 2R 3 smiR-143 7R IR T A ML AR AE A smiR-196 25 T 3L3)
MV e B, miR-1 5OEREH R BERFENRRIT ZHE RGN miRNAs 75 KN 7
J 35 3R R 2 B PP Y, R B AT B AE XIS mRNA B

[0004]  miRNA ik 2 P e AH 5,  HLix £ I R m] B 21 e 410 2 DR B e 2 DR A
Mo mAeft B 40t PRk Ve i ps (CLL) A I miRNA FRIS/KF- I 24, B fa Bl 42 7
P N S8 v A I 21 mi RNA ZRIA K484k o BF 98 K I miRNAs 5 Jiigd T2 il 5%, B R
RAE MR I R RE A (20 miR-15a Fl miR-16-1) , X Reie 2sE AR I/EA (40 miR-155
M miR-17-92 1% ) o B HTIAN, 7EMRE Ao, A 2% miRNA Rl A BRI AR R I8 7K P J i, T
I 7 1K) miRNA 3 IS R2 A EE mRNA 3 KRR, 2 5 e e ot 7, JHE E 25 . W
Ras R LR 37 let—7 FKRAIETE, BCL2 HLIE T3 3% miR-15a—miR-16-1 FE %, E2F1 #
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SR 52 miR-17-92 45, BCL6 HUid TR PR 52 miR-127 [ 5% . miRNAs RIS R i
MU K A B VIR R, XN miRNA BAT R R DG . 440, miR-143 Al miR-145 1£
SilpiE P IR T AR, R REMBIHE S eI AR A & EAE L, 1IX R
B, miRNAs [FJ215 N AT B8/ BT Hoin it R 52 B RER o {HJ2, miR—143 Al miR-145 ¥ )iJ8
1) 2 R Dy B ] B AN SR IR T 46 Wi » 76 LRI S BT 20 I L 5 0 L R 0 S At e R
HEXEWHE NE. B MRIERV, miR-21 7855 B4 s &k hn . XN EERAE
fiRg A 43 B R OR B LU AR 1B R i 5100 £ .

[0005]  miRNAs J& KRR AR+, Befig i 12 5 k% A W) A A2 G B AH OC 1) 2 Pk
DRl 7E 988357 77 T » miRNA BN TSI . ZEFIA mi RNA VR iR 7 88 S 05 TH, B 5256
BAE SR WAE H VIR (gemcitabine) YT RIEFEH, I miRNA RIATE FARLL 550
43 miRNA FERIAZKSE (A miR-21 1E3RIA ) , Re I3k RS e 40 M AT 239 U E . @
T 5INE B R LR R miRNA BN A R R LR R Z E B —— i miRNA Z R H IR
(AMOs) ——A] BE47 2 B K I% 3 Y miRNAs, REZE HAE K. IR |, AT US4 9 e
Freef) 27 -0- HEALEGE BZ IR (LNA) B I R L E R E R4 25 fF miRNA 2R3, iX
AR F i IR AR E, Fe AR T T BB K. fFH antagomirs (5 AH[H BRI
[ AMOs) ¥ 5t /I8 BR 5 AT AZE AN [RI 28 B A 01 miRNA V& P, DR T AT B8 RSCA — Rl /i R 1R
ST AR, IR IA R BLA i $0 | 2 RE (%) miRNAs, #0 let=7 K&, B LA T
BT L E KR

[0006] Jx XNEFEZEM (Flanagan WM. Antisense comes of age.Cancer &Metastasis
Reviews 1998 ;17(2) :169-76) s&fg—Btnl L5 HELELLRI A 2L EAMPZ HER . & LHER
2 R ] DA A I J: AT R R 38

[0007] A microRNA-504 (hsa-miR-504) fir T X 5 4 €& &, Hi 4& J¥ %] v GCUGCUGUU
GGGAGACCCUGGUCUGCACUCUAUCUGUAUUCUUACUGAAGGGAGUGCAGGGCAGGGUUUCCCAUACAGA
GGGC(SEQ IDNo.1). & A — A A # microRNA :hsa—miR-504 (MIMAT0002875, % %1 A
AGACCCUGGUCUGCACUCUAUC (SEQ 1D No. 2)) » Hu ZE#IE miR-504 7] LA p53 B FIA (Hu
5,2010) o Gao ZEH S F # A M Tagman RealtimePCR 3 AR#KIE T miR-504 78 @R 410 i
i fif R 2 23 rh ) T8 B IE W A B = Y 2 f% (Gao %5,2010) o Haller 254 A AR
HI qRT-PCR & 0 miR-504 7F & 7 38 8] i 98 b R 15 9 (Haller %5,2010) . Huang % & IH
miR-504 e i@t 454 DRD1 1 37 UTR Mifi FifiZ R KR L (Huang 55,2009) o (HAERR
JF IR IR T miR-504 [ ZhBEA R L ACE I R IRIE

[0008] i =14, RE IR FIE MRG0T CAR B i, (H AR 2 DLF AN £ 8y N
M ZR AT, Hoot e 3 AR EFFAH B . 5 4 AR A F R R EU, HR:fin £
30%~ 55 % it , HIFRA B IR &, IR 1 b FAAFER AL, 408 20% . 1 Hix L
TTIEAATAE 2 E R PR, 457 ) A2 5o v Wi BRI AR BB 3T O, MR I b B A T AR
. I, FHRE A MR IT B 3R R I i A A7 2 A AE T 2 P A A )

MR

XRAE
[0000]  EFXTEATHARPRIA L, AR Beit 7RI LGS 5T miR-504 ASFALE 1
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NFERZH R+, AR SR UST/MG 1, B UE X miR-504 1K % et I 4] 1 e 5% 5
W BT 20 M AR K BE DRI B B T I B2, AR R B ) e L RAZH IR 7 K JE 7] A
13 ~ 22 MR H BRFR AL , %o A e 28 1) A A B8 3 M B B8 77 3598 AN TRIRE S R4 o He B
R LERIZH RSN 13 DL, A FHCE R SUZ RIS B AT R4 8 41 e A K
JSABEAMEIE PR o DRI, b e OB T A% I 240 ] FH ke ] A skt ek 8 40 i A I B8 7 L I L R
FIEYHIFR, HAp AR miR-504 SERAA MR 4. AEIGIEAE B SE R T AR K A

[oo10]  [AIL, AR B —A B 23R gt — 408 i A T4 A miR-504 RIAM [ LFEFR %
HER (TR, AT = 2 AR AR B B M I miR-504 K3 I%, BEMI¥E YT H miR-504 it &%
KGR B FE IR, U S e JoR

[0011] AR 7 — D ERRRM Lk CERZE RG] &0 IT mir-504 i fERIEL
[RIAH B R 24w B a8

[0012]  AKHEH N ERERMEMEE LR LERZHFRYAWHEY.

[0013] AR BH NGB 2 MR AR A, Witk 3G B T — R L — 5 X miR-504 AS[F]
I BEA R s O R (R LR ER ) » FRAE % 3% 48 e o B04E HA #0128 -
NI . BRI, IR e SCRZ TR B % 400161 e 2 4 Py A R MU T 3 B

[0014] A KHME —FHH, =BT —FniR504M R LEEXEZ TR T K
NERZERME AW ANRSM4 KM ERZE B TEAXRXNERZERS
5" ~AGACCCUGGUCUGCACUCUAUC-3" R¥E4E 13 ~ 22 NMEHEE LA B Ab. W R N ERBEH
B FE A 13 ~ 35bp, % T miRNA B AR U, B R NBERIZH IR KIE N 18 ~ 22bp.
AR e TR R B SE A e BRI, — Rk U, O T IR BIRAS I & — 1, R R B
MR X FERZHERFLZR D 13 A EARH SRZ B . AR KA — MLk seia sl &, Frik
RNFERZHRK LN 18 ~ 22 MZH IR . B4R, Frid x LFERZHRITFIA :5°-GA
UAGAGUGCAGACCAGGGUCU-3" (SEQ 1D No. 3) .

[0015]  FEA R WY 3 — ARG SE I 77 TUrh, A K W ik 1) e R TR IR T A% H IR 7]
PUAZRREZ B IR B2 IR EGE R B RS A Rz BRI & k. ME TR
F, IR Z4 25 o RNA 5 mi RNA 1 2222 S5 A1 A7 B DNA 55 mi RNA 2838 () 55 A1 g v, ERA IR K
ZIFHANME o 12 N A B DNA [ AR S8 328 bE A 8 RNA 1 AR, 0 AR IF i T 3538 77 - i
HARTAT DR A 08 RNA 544 5 5 S0 A28 DNA B fir A A 32 1T R 1) I SURR R E R 2k AT
Ko ARRMEBH—RIR LR 51> BEAFE DNA 7%, A HE RNA 20+, Bifi 739 5
A miR-504 FKAKFITEPE.

[0016] AR BT R SRR, Ho 7 D A R e MR A s M, HON T3 — B R B AME)
AL 05 SUZ R T BAMO KA IR KRR, G0 E AN S, D) AR 2 0 P 2 B ey 28, 111761 %%
FAL S A2, 7R3 n sk gk b — A~ BRI T AN T F - R R A SO R RV RE
9 5 A A R B2 1R A 23 A, 9 RT3 B A [R) R R 400 ) iy 4 i A K S 38 5 AR, &R
KRB R, A0 T IA 13 MR SR BA ] miR-504 FRIEMITEH « FEAR K B e X
ZIRE AL, S PSR TR 2 AR 18 B A BB 10 B RS 10 A R i ZRAB A ) —
PHEUM B G5 . RS B IS, AEAT e 38 0 e SRR ARG E T A AE PR JE A 1 7
VEFRRT LA A, ik E B [ BEAZ 1 . PEG A1 BRAAIB AR 27 — F 4080 P 1 — il LR
o AR R NERZHRET 27 - FAERAUEM.
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[0017] AR A bk i ORI BA W miR-504 FIA AR . 2445 ik e U IR e 3|
miR-504 (5 I8 FIAH MR UST o5, B 0% A7 Z0CHI il fih 72 £ i 3%) A= A A 1 3 B e

[0018] AR EHIRIRGL T —FIAMAA, ©H A REARENARKNERIZHR LY
22 PR BB AR BRI A o X AR AR HA R T« 3hK SR &R K H il B
A A IR 25 2577 sSAHILIEC . A B R 25 4 & P ml DA il e 7701 5K 461
G0 P A 2 3 K A AR R L Ath A 7R ) K A B R T VA T

[0019] BTk “H & e vl X N/ Beahi = £ Dy e saa M B nl A F / B4 iz
TR

[0020]  FTiA “25% Bl Ees2 17 o 2 T N/ B o FEA R AR M. (E
VEHRIBSOA AR R ) (1, BDA & B 8as / R EL R4

[0021]  {EAREHRISE =J7H, 26t 7 AR H B R LERZE BRAE T 29077 LU R Rk
MZY R AR, g, Brid R XERZEH RS AR T MG . Fridsom s Ak
miR-504 i FIAA I AL , 0 HE e, 328 S i B 5 9 o

[0022]  HIASCHTH, “RUERZHR” fi k LWEHIRERY .. R UERZE R
AHAN (A-T, A-U, G-C) FCXT 5 XUEE DNA JERE = 8% (&R ) , 55 FEE RNA JE A 58 AUBE
(S ) 5 AT PEL BT 32 DT ) A2 o 6 S % 3 Jis mRNA RN AR 3. [RIAR, XUEE RNA BE Ak 41
ML AR BB % BRI H (RNaseH) Fir A, I T 50 A &5t FELT SR L (R (3R 0k . BT RO H IR
REe5 s BAMOSE 770 454, IR & — s, BIE /MRS

[0023] AR B4R LA A miR-504 [ LHEFRAZ H R A 5 A miR-504 T b, M1 401 A
miR-504 {141 &S B Hue i1, A MR

[0024] 1 AR BIAR AL e X RAZE BRAEH T e PR R AL i, JEE e R4S G 1AL s R
b, B

[0025] 2. AR AR [ B R ZH IR 1T & M B 220806, B S A &I/ A/
Pt B SRR A

[0026] 3. AR BHAR G S X SE SEA% T BRI AT 1R I A 0 | R AL 5 S5 e 40 L 2 K P 40 i 22
#Eit 50 %,

B3 =115 AR

[0027] [ 1 IR 7 A miR-504 [/ S5 TR H BRH01 61l it Jed 41 g UST /MG 4 i 1) A K T 3
B, oA, ] 1A DG LT FAM FRic i B 14 BEUS (1) UST/MG il 2 (20X) & 1B %%
e 7 PAM b ic 59 B 1 X6 B8 F5 9 UST /MG 4l i B A B (20X, 5 Y6 R ) 58 1C Ay k% Ye B P X%F
8 (5 ~CAGUACUUUUGUGUAGUACAA-3’ ) & UST/MG ZH MLIRAS B (10X) & 1D Ayks e
miR-504 K W E B HM (5”-GAUAGAGUGCAGACCAGGGUCU-3") Ji UST/MG 4 HutR 7 1) i 1k I
(10X) o

BRLHER R

[0028] AEHB R X EEZER, 755 5 —~AGACCCUGGUCUGCACUCUAUC-3” i 4&
13 ~ 22 NMZERITFEAN, 31 HIRA S H AR R 5 RNA JEP B AR . 7EA KR B — ML i sE
IR, TiA R LB BT BRI 5 91K 5° ~GAUAGAGUGCAGACCAGGGUCU-3" . 7% & IR
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NERZEE R VOB, B 8H 20, lE 20 440, BERED e A, BERN
2/0 8 M ZE BRI BRI RIE BB A% B R, Frid g i 77 a4 27— 67 R AR B R
RABMEE . N TN R SR R BRI 40 PR B2, 16 v DAAE RS i Rl X0 & U5
BB BHAT B FABAS M B PEG 1B . LiRMB G M B B IR A 4k 580 E 54 4%
FBexT, T HL EG S I8 ) R 2B M R 2 PR IR B I E U Iz IR e R W A K. T
A 255 SE a9 S B gk — 2D PRt Rl AR B o AR R B A, 128 3% e S it 4] R A2
T UL, 1 A 2 FH SR B il A e B A

[0020]  SEJEH :miR-504 [ S5 SO SEAZHF RN AP LR J Joi 4 B JRq 4 i 28 UST /MG kI 3% 1k
iR/l

[0030] B SG, B Ll FH G A ARG R AR A B mniR-504 K LERZE R, 758
5" —GAUAGAGUGCAGACCAGGGUCU-3" o FESE 5| s S I Fr I Z138 il & R 25 B R A TR
AT E o

[0031]  4HfREs;%

[0032] % UST/MG 4 My ( Ao 2 K o REAH M sRg, W 13 A B R 2 B i 2 35 7 AR 22 1A
SN ) /5 10% FBS-DMEM 5722 (DMEM ( — P #3577 2% ) I H Hyclone, FBS (i ZF1fiL
&) WHE Gibeo) o1, T 37°C,5% CO5MF MR, WA KRA REFH UST/MG 4, &0
HEL L2 X 10°B4L80 T 96 FLIR N, 37°C, 5% CO 3% 3% 24h.

[0033] &L .

[0034] 1) #EYLHT—K, 7E 96 FLAR A & AN 5 P AR 22 3G SR S P SR Al M, {3 2% e mf
ML EFEISE] 30 ~ 50% ;

[0035]  2) #EYekf LR BRI T A HER R Y) -Lipofecta mine 2000 (— L Yeik ) &
CL/E

[0036] a. [ 2511 A4 1% 19 Opti-MEM® T 7 3 3 (Gibco) 4> % % B miR-504
R X HE B E B (5 —-GAUAGAGUGCAGACCAGGGUCU-3" ). B T % K& (SEQ ID No.4 :
5" ~CAGUACUUUUGUGUAGUACAA-3" ) \FAM A5 e i B PR HEL, IR AL A J 23R FE 2R 50nM, 32 5278
5, A G 3 M EAL

[0037] b. ff H B &% % J& &) Lipofecta mine™2000 (Invitrogen), Jf BX 0.25u1 f
Opti-MEM® | 532 0 HARBER 25 1 |, BRI GAEZE TS 5nin ;

[0038] c. ¥ & Smin JF, MR Lipofecta mine™2000 437 5 # R ¥ s SUAZ%H R Joxot R
RO, RRIBSGAZEHTHE 20min, LRTFE SWRIEL ;

[0039]  3) M E GV B EE— A5 40 A1 B 57 2L AL R, B AT 5 $E3h B AR
B3 RO R SO HE IR B2 N THnM

[0040]  4)37°C,5% COIGFRFFARLENT A 72 /NI, DA M EE UST /MG 4, HEAH .

[0041] I 1 i, B8 72 /NS, I 80 % (1) UST /MG 40 i i Ihik 4t 1 FAM ARIC I B P
STHE (1A, B IB) B GLBA X HE S, UST/MG il 54, i e (& 10) 14542 miR-504
N NEREH R G KH 5 UST/MG 4ifgset: (B 1D) .

[0042]  F:TF MTT AOZ0 M5 PR SR8 .

[0043]  [A] [— D3R5 B A 40 M, 0N FEC G479 MTT (Sigma) 5Smg/ml ( A 0.9 % By AE 3
IKECH] ), BEFLANA 20 1 1,37°C, 5% CO & 4 /NI J5 W 25 15 5= 2L Je MTT, &EFL A DMSO
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100 w1 Ff 3853 A bR 0D570-0D630 MG (K 1o

[0044] %1
FF: it 3 1 xo) P
(OD570-0D630)  (OD570-0OD630)
[0045] 0.214 0.623
0.248 0.486
0.276 0.519

[o046]  THELHIHIZE
[0047]
Bt (0DA570-0D630) FEER Y EMA, (0D370-0DG30)
R (o) = X 100%-
Bt BA, (0Ds70-0D630) ~
[0048] 54T AN A KA HI I 20 54. 67 £5. 72%
[0040]  ZERFKH A KHIRMEA A miR-504 x X ERZHRA IR I HIH| R 5, X us7/
MG A K I 285880 50%
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[0001]

JPa

<110> Rz B iy 5050 i
S L R 2y R A B A
<120> A miR-504 [1]Jx SUFE ST IR e S H
<130> DI10-2169E-XC68
<160> 4

<170> PatentIn version 3.3

<210> 1

<211> 83

<212> RNA

<213> hsa-miR-504

<400> 1
gecugeuguug ggagacccug gucugeacuc uaucuguauu cuuacugaag ggagugeagg 60

gcaggguuuc ccauacagag ggc 83

210> 2

211> 22

<212> RNA

<213> MK hsa-miR-504

<400> 2

agacccuggu cugcacucua uc 22

<210> 3
211> 22
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[0002]
<212> RNA

Q213> AN TJF%)

<220>
<223> X MIERZHR

<400> 3
gauagaguge agaccagggu cu 22

<210> 4
211> 21
<212> RNA
213> AN LJF%

<220>
<223>  [HVEX I e R 1R

<400> 4

caguacuuuu guguaguaca a 21
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K 1C

K 1D
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