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Abstract: Objective To investigate the microRNA-221 (miR-221) expression pattern and relationship
with clinicopathological features in colorectal carcinoma. Methods Total RNAs of thirty colorectal carci-
noma and adjacent non-tumorous specimens,from Nanfang Hospital were isolated. The miR-221 expres-
sion was detected by real-time RT-PCR and Northern-blot analysis respectively. The relationship be-
tween the expression of miR-221 and clinicopathological features was analyzed. Results The expression
of miR-221 was significantly up-regulated in colorectal carcinoma than that in the adjacent non-tumorous
tissues (2. 041 £ 1,401 vs. 0.806£0.341, P<<0.01). The result was confirmed by Northern blot analy-
0. 948, P<<
0.01). Moreover, miR-221 expression was positively related to advanced TNM stage (P = (. 032) and

sis, and a significant positive correlation between two detective methods was found (+* =

local invasion (P =0.021). Conclusion The over-expressed miR-221 might play a role in the develop-
ment and progression of colorectal carcinoma, as a biomarker for prognosis. The real-time RT-PCR assay
was an accurate, rapid and less-expensive method compared with routine Northern blot analysis.
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i miRBase (¥ % (http://microrna. sanger.
ac. uk/) #r $& I K 7 51, f# HEK A/ Primer-Express
2.0 #7515 HE T, NS RNU6B Lt
21¥1k 5'-CTC GCT TCG GCA GCA CA-3', Fif
1% 5'-AAC GCT TCA CGA ATT TGC GT-
3,9 K 96 bp; miR-221 F iS4 5'-CAG
CAT ACA TGA TTC CTT GTG A-3', Fiinly
$5-CTT TGG TGT TTG AGA TGT TTG G-3',
PHGEYIK 73 bp, LRSI BB T A
1.3 Real-time RT-PCR #gjllfrAs  miR-221 Fik
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BT, DA ik RNA &% Bk K & — G451
TE 75— % RNase ) PCR 48 it & DL F & -
dNTP mixture 2. 0 pl, RNase #ll ] 5] 0. 5 pl, miR-
221 LS5 0.5 ul . RNU6B ¥4 %51 %) 0. 5
pl.5 X buffer 4. 0 pl. M-MLV |2 5 5§ 0. 5 pl
(Promega 23 7)) ; FLUF 5 A BRI A5 &8 RNA Y
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20 CH-A . ¥ miR-221 1 RNU6B 4 Real-time
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J W G295 C A8 Pk 10 min; 95 °C 15 s.65°C 30
$.72°C 30 s, 34t 40 MEAR PEARLE R G 72 °C i Af
10 min, B4R A B /E & 4 PCR S by G0 A
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K RNUG6B E N2 BE L UL RNUG6B # D15 /E Ry
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221 HEFFRIE -3 000 Ci/mmolff)[ «-32P]dCTP k#y
FRic 25 ng HEF A S W AR IR B WS T
68°CZeaz 1, 1 X SSC/0. 1 % SDS F 68 “C it i
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FAXTFIE EE L) miR-221 5 RNUGB J R4 (E Y L
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SEBG FTARECRE DL 7 + s Fom, O BTN AR
K FH ¢ A3 5 bR i R BE S 405 miR-221 FRiAK
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BSCRA  . H 1R EE FLIBOT- M, RIAS B A A
A H ARG 11 Ce fl1E S miR-221 2 #HE
2.2 PCR “¥nyke bk

H TARFE S 5K B PCR P 7E AN Rl R T
FAfid » R e T R B AN TR A s A 4% 5+ PCR



+ 1278 -

IDEERSIBHAR 2011 H-55 38 58 11 HA

@

1.000e+001

Delta Rnys Cycle

1.000e-000

1.000e-001
1.000e-002
N
1.000e-003 | 75
1.000e-004

1.000e-005

00e-0
LOc0e000 123456 78 91011121314151617181920212223242526272829303132 33

Cycle Number

53637383940

miR-221 specific product

0.500

0.400

0.300

0.200

0.100

0.000
60

65 70 80 85 90 95

75
Temperature('C)

1la:amplification curve; 1b:dissolution curve
E 1 Real-time RT-PCR #;:ill miR-221 g5 i%&
Figure 1 Real-time RT-PCR analysis detecting miR-221 expression in colorectal carcinoma

« miR-221
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T the patient’s tumor; N:non-tumorous tissue (N)
B 2 Northern blot #illl miR-221 & H IR R EZ
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Figure 2 Northern blot analysis of miR-221 expression

in colorectal carcinoma and adjacent non-tumorous tissue
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Mg  WeEFZIN K . ABFFEH miR-221 1) PCR 724
73 bp, HXHRI ) Tm (84, 26 £0. 56) °C , K& i Il
JFE Y — , W T AR e B A DL 1b,
2.3 miR-221 7E45 H i h ek Rl

i ] Real-time RT-PCR #: il i 7% miR-221 7E
SH WIS HSUP RIR R 1 2053 %
(2.041 £ 1. 401 ws. 0.806 £ 0.341), 3 A5
2B Y (P<<0.01); LA Northern blot # ] miR-
221 J RNUGB 1£45 15 9 B g 55 41 20 3 35 I A X
SE UL 2, [ARE R miR-221 R4 B e SR 5
HAITERKI B FJE (1. 908 £ 1. 344 vs. 0. 753
0.471) ; L Real-time RT-PCR 5 Northern blot 43
SR IFR A miR-221 FRak , P& 25 F BLAT & A
K7 =0. 948, P<<0. 01),
2.4 miR-221 FRIKKF- 525 B 7 9 s RS BLRRAE
ZIHP R

miR-221 KKK F 5 Mg TNM 431 (P =
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Table 1 Relationship between miR-221 expression and

clinicopathological features in colorectal carcinoma

Clinicopathological miR-221
variables e (Txs) P

Gender

Male 16 2,154 £1.620

Female 14 1.800£0. 714 0. 096
Age(years)

<50 11 1. 898 £0. 976

=>50 19 2.145+ 1,457 0. 605
Tumor location

Colon 12 1.935£0. 577

Rectum 18 2.037+1.033 0. 586
TNM stage

I+1 11 1. 185 £0. 392

m+1 19 2.658%1.437  0.032
Tumor invasion

T1+T2+ T3 23 1.275%0. 445

T4 7 2.833£1.498 0. 021

Differentiation
Well or moderate 16 2.168 1. 128

Poor 14 1.974 0. 824 0. 767
CEA(pg/L)
<5 10 2.020£0. 321
=>5 20 2.213£0. 647 0. 429
3 itig

VTR FEAESE s VF 2L T N2 HE R 2 19 3 2E A
X EE5 X 388 (fragile region) ) miRNA A] i i Xf H
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K- 65 =z uh 45 B 45 Northern blot 38 EL5E AT
5. B 1Ak 4 Real-time RT-PCR 5144; RNA 4y
7 2 Northern blot S840 LR B T F 51 4 45
(DFEARFE R /N : Northern blot & ¥k 5L ¥ & />
T2 10 ~30 pg & RNA, 1 & ] Real-time RT-
PCR X5 1 pg & RNA B ] #£—3Z Eppendorf 4
R SE T RGN I [ 5 33 X5 20 BT 25 S 4R EC ) AN A S
MR & miRNA BRIICA & S (20 #AE R 1
1k : Real-time RT-PCR 44 l% T Northern blot H1Hj,
VK BN VRS UL IR R e 1 R e, S

B[] IR R K 46 94 5 (3) = 8P : Real-time RT-PCR %
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e PR 1 FF JE 7 1 O s A 45 L s i Wiy T3t 1
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