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[HWHE] LE5HB: WPRNA(nicroRNA, miRNA) 7ELHMIZM 1k 20 FE 30 K 0 T2 nd 75 b o 4% 3 B4
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R B AA T RE )V (real—-time quantitative reverse transcription—PCR, real—time PCR) [ /7 VEAE4015
g e B AR A P AR Mmi R- 187+ (W3R 1A /KF, 455 B 50 R M IR PR 3o HCT1 1640 %% YemiR-
187#mimics/5, FMlAnnexin-V FITC/PIJisUHHMIARK MmiR-187+XH A TR, 455 : miR-187+7E 45 H i
HYh R EEH0.165(0. 106, 0.428), BHEALT IEFHRMRA LKL E [0.334(0.211, 0.712) ] , ZRALSH
TR (PO, 05) , HAERNUR st B v R S W& (P<0. 05) o HmiR-187*mimics 4L FHCT116 M1 Al 2
A RE R, R AEARRNRIL, S ERAR TR (23,0101 1. 279) %] AHELER, SLI0H FIFE TR
[(26.74841.098)%] FlE, ZRA L% L (P<0.05). £5i8: miR-187+#E4: H i AR iRk, JEE
WA LA IS niR-187+3ik FRrE#EHCT116 A T2 miR- 187+« H AWM.
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[ Abstract] Background and purpose: MicroRNAs (miRNAs) play an important role in tumor biological
behavior. miRNAs are down-regulated or up-regulated in various cancer types, triggering abnormal cell differentiation,
proliferation and apoptosis. This study was designed to investigate the expression and clinical significance of miR-187*
in colorectal cancer (CRC), and further to investigate its roles in promoting cell apoptosis. Methods: The expressions
of miR-187* in 40 CRC cases were examined by real-time quantitative reverse transcription-PCR (qRT-PCR). The
relationship between miR-187* expression and clinical features of CRC was analyzed. HCT116 cells were transfected
with a miR-187* mimic and the apoptosis of the transfected cells were examined by flow cytometry (FCM). Results:
The expression of miR-187* was down-regulated in CRC tissues 0.165 (0.106, 0.428) compared with those in normal
tissues 0.334 (0.211, 0.712) (P<0.05), especially in mucinous carcinoma and older age CRC (P<0.05). Transfection
of HCT116 cells with a miR-187* mimic up-regulated the expression of miR-187* and increased cell early apoptosis
(P<0.05). Conclusion: The expression level of miR-187* was lower in CRC. miR-187* expression correlates with
histological type and age. Transfection of HCT116 cells with a miR-187* mimic accelerates apoptosis of tumor cells,
suggesting that miR-187%* is a potent tumor suppressor.

[Key words] Colorectal cancer; microRNA; microRNA-187*; Apoptosis

HEWB: EXARREESVEBTNH (No: 81072034) ; b ARRI S BIIH (No: €2011206103) ;
AL R R (No: 12396105D) .
BEEEE: B E-mail:zzr-doctor@163.com



704 XUt . U \RNA- 1877 S5 E A RE AR P FRIA M E XS 4R A T B8R0

SEH R LR EE M 2 — . EE A
BRIERE e T W 45 7R - 4 B i A i L
JEE PR AT = 20084F, AERIE RN B2
1 20077 25 H s i, Hhe0.8 3 BilBE T (15 fir
BREIETET NEKI8% , B S DU K UL )9
FEFET A ISR Y TR R R T 4
KRR R BAET R S EmEN R
S LRI AS AR . miRNAR R 45 9 1Y
WFFEFE 0L T B YIS . miRNAsE—2R/NE
A PR SR R i R AR SR ABRNA, KN
19~24 bp, J AT EZAMEAEY T, T2
FERL SRR K S 23R T RE . miRNATE i
FER KA KRR T Y £ 37 B Ok i 2
W H e, 45A RS AT H R A
TR Y ATREFE R L AT 4 R R
LS A F AR X miIRNAs#E 17 A & B, miR-
187*TE LS Al 2P IRk . 2 e SCHR & Bt
miR-187*% 5b.Coii ' L B MM = gl korg
PR A L RIBREES, (BXTmiR-187*7E I
HRRIFTE Y SCHR B D . ABFSE B AR miR-187*
S AL RE . GRS X; LM
miR~ 187+ & X 245 e A A A T B 5 i)

1 MR ik

1.1 w8
111 WAERMFK

2011485 H —20124E5 A i dL BE R 27
H—BERE . AR R AR Y B B 4G B T
ARARAA0G] . BEGIFRAS 73 51 B A 25 B [ A
JE AR S b () YIS IE # Z6 B H R J5 9 BEIE 52
TIEHLURAL . B AR A B 5 & TR A
i, F-80 CIRAF. 400 B H R ARz Z AL
A7 R -
112 Zmfintk

4 1 A AR HCT 116 Atk vh SO 1k
YIRS T TR i
1.1.3  EZXHA)

McCoy’s SAYEFEW . G4V (FBS) . &
HRPEFRPESTE A EFEGibcosH . i

FE -2 WU 2B (EDTA)H AL W W [ At 5t
SRR A /A A . Annexin V-FITCIXH| &
W L RDIR A MR A PR A F] . miR-187*
mimicsHlnegative controlf%Yei{ ] &M H M
it YR A RN H] . Lipofectmanine™2000
J TRIzoliFN ) H & E Invitrogen/y &) , 3L
B o Ot o 1 i 5% SR A Tl A I (real—time
quantitative reverse transcription-PCR, real-time
PCR)% HAll-in—-One™ miRNA qRT-PCR £l
RAE . AZU6. miR-187T*[5 |34 [ ) M
S REHE A FRA ]
1.2 ZEWHZE
121 mhsEsk

HCT-11640f{i FiMcCoy's SAKEFWe, It
TEAN R 3R W M A 10% FBS )2 1xPEST, 7
37 °C, COJMBRIECH 5% 7K M FIRE BE 554 T
Bigt, B~ 2 dRIRAEAR IR MK 2 10°
~ 10'IHCERANNL, & FHHRIRNA
122 Zmpesh i

BEYRT LR, 38 i (Z94%10° ~ 53104
e e 2490 gl M s S b, LA & e
A= 22 B2 L FEWA00 wL, B H) WL AN i A K
THOL, MRS 30% ~ 50%I}, TFiRiE
752560 4H (miR-187* mimics) A%} P4 (negative
control, NC)iy#£ 4%, FHSOuL YA & M1 5 77 5
Opti-MEM X}1.25 pL¥ 420 pmol/Lf¥miR-
187* mimicsflinegative controliff 17k, itk
wiRA), &l FiRES ming H150 pLAYASE I
97 A Opti-MEM X%}1 pL Lipofectmanine™2000
AT R, BREIRGIRS, F FRES min,
B B miR-187* mimicsflinegative control
FlLipofectmanine "2000iE &, HEIRS), Filk
PRFE20 min, DUERGIRGH . 100 pLigS
B EEFEAR AL, R S A R SR AR
SEFRBIRAT . K M SRR E T COLMRR 4L
HS%HIEEFRAE S, 7837 CREFR4~6 W, ¥
AL S ARSI TR, TEROET 5
W ARZEAE3T C . COMEBECNS %I R
R4 g, TGS B9 AL S I AGI



(F@BER L) 2013555235559

705

1.2.3  Zahe A —Am]

HS2 6 21 J ok BEZH A A 20 o 10°,
4 CTHPBSHVE AN 21K, 250 nL&5 &%
RVRCHS 20 B T VR FEE 2% 10°~5% 107/ mL 2 ffd Bk
TE . HU195 pLANMIETF N AS pL FITChRid
JAnnexin-V , R2JJE#HE3 min, RJFMA
10 pL¥RJE H20 pg/mLIPL, B2 )5 %R
BH10min, HIA300 pLAggs &2, 1R, 57
RIEA T I A AR, B A 3R, BRI
3P AL,
1.2.4 AP ARK B L A% bk T S RINAK
FI

BE M HB R A S A bR A i A1 mL
TRIzol>) ¥, Z ik F#tES min; fiIA0.2 mL
A5, RFHIRAEHES min; 4 C 15 000xg
015 min, W2 IO RS —E
A0, 5 mLNEE, R FCE 15 min, 4 C
15 000 xg®.0>15min, 7] JLRNAJUHEZEE L
MBE, 3 W, N75% B mLyE 7 2 iR 5,
4 °C 6 000 xgE.[>5 min, 7 FV5WK, HHE 15 min
Ja I TERNARG KB fE IR AT, A0 et BE A
RNAMK N A ) Argo FIEE,  H.A g/ Ar50>1.8
1.2.5 B2 AF AmiR —187* & iA 649 4|

K FHQRT-PCRAG M f8 5 9 2H 2 1% 0F o e
AP mIRNA-187*f1 1k, $ B All-in-One™
miRNA qRT-PCREGI 7 & i B 5451 . X
2 ng RNAS S icDNA,  FELIH BESfcDNA
FAEHR, qPCRY HmiR-187* UG KA A
Bt SUEESRBER2S pLIWARR . SRNARAR
2 ug, 2.5 U/ uL Poly A Z25R1 uL, 3% Skl
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Fig. 1 Expression of miR-187* in normal mucosa and cancer
mucosa

The expression of miR-187* was down-regulated in CRC tissues
compared with that in normal tissues.

2.2 miR-187*HHMKIEESRKFEMN

miR - 1877 Zh i Pk B b 1) Rk |
0.110(0.070, 0.390), B &K T Ik Z5 W&
[0.840(0.355, 1.628)] , XRAS it
X (P=0.001); fRIBEBH(<69)EKLE
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Tab.1 The correlation of miR-187* expression in CRC with

clinical significance

Variable n miR-187* U P

Gender 156 0.262
Male 22 0.900(0.215, 1.711)

Female 18 0.435(0.225, 1.040)

Agelyear 108 0.016
<69 17 1.270(0.435, 1.955)
>69 23 0.390(0.150, 1.070)

Location 148 0.169
Rectum 21 0.440(0.115, 1.345)

Colon 19 0.520(0.390, 1.660)

Invasive depth 95 0.278
T,+T, 8 0.295(0.205, 1.063)

T+T, 32 0.590(0.256, 1.498)

Lymphatic metastasis 141  0.254
No 26 0.580(0.243, 1.808)

Yes 14 0.410(0.118, 1.295)

Distant metastasis 46 0.262
No 36 0.480(0.205, 1.300)
Yes 4 1.345(0.645, 1.498)

TNM stage 157 0.406

I+0 25 0.500(0.235, 1.955)

m-+1v 15 0.430(0.120, 1.310)

Pathological type 24 0.001
Mucinous carcinoma 7 0.110(0.070, 0.390)
Adenocarcinoma 32 0.840(0.355, 1.628)

Differentiation 92  0.484
Poor 7 0.440(0.070, 2.250)

Well+medium 32 0.580(0.253, 1.378)
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Fig.2 Expression of miR-187* in the transfected cells

Transfection of HCT116 cells with a miR-187* mimic up-regulated
the expression of miR-187%*.
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Fig.3 The effect of miR-187* on cell apoptosis of HCT116 cells

Transfection of HCT116 cells with a miR-187* mimic increased cell
early apoptosis.
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