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Abstract

AIM: To inhibit the expression of cyclin D1 in
a human colorectal cancer cell line using RNA
interference, and to examine its effect on the
growth and proliferation of colorectal cancer cells.

METHODS: Human colorectal cancer HT-29
cells were divided into three groups: antisense
group transfected with antisense siRNA against
cyclin D1, sense group transfected with sense
siRNA against cyclin D1, and control group. The
inhibitory effect of antisense siRNA on cyclin

D1 protein expression was detected by immuno-
precipitation and Western blotting. MTT assay
was used to detect the effect of antisense siRNA
on the growth and metabolism of HT-29 cells.
*H-TdR incorporation assay and flow cytometry
were used to test the metabolism and cell cycle
changes in HT-29 cells transfected with antisense
siRNA against cyclin D1.

RESULTS: The expression level of cyclin D1 was
clearly decreased in HT-29 cells in the antisense
group. MTT assay showed a significant decrease
in the metabolism of HT-29 cells in the antisense
group, between 12 h and 72 h, compared with
that in the control and sense groups (P < 0.01).
*H-TdR incorporation was lower in the antisense
group than that in the control and sense groups
(CH-TdR: 1181.8 + 117.97 vs 1798.4 + 55.36, 1851.4
+83.46; P < 0.01; G,/ G;: 79.31% vs 60.87%, 59.14%;
S:13.67% vs 26.42%, 27.93%; P < 0.01).

CONCLUSION: RNA interference can effectively
inhibit the expression of cyclin D1, and inhibition
of cyclin D1 expression causes a decrease in the
growth, metabolism and proliferation of colorec-
tal cancer cells, due to a delay in the progression
of the cell cycle from G, to S phase.
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), FLAR AR R AR R R CRLRE P B
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GIBCO-BRLA A ft, A BEME(MTT)
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1.2.1 o N4 s 40 PR H T-2948 FH 75
100 mL/L/N I (1 164085 77, & F37°C.
100%3% E F150 mL/L CO, (ks 546 h i 5.
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¥rZcyclin DIFImRNAF ), 1 H 3% H
AmbionA FsiRNA®R & MH4 %11, HK
#ETaKaRa/ dl & M NEE/DRNA. IFE X%
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47.6%, {F-GenBank S ] [ 353> 41| A vh1, i 5
NSRS 7 T AR
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40 AR H T-29 40 o A= K 25 80 % il 7 i, 4 T
Lipofectamine2000:KfsiRNA%% Y N\ 41 ffd, #AE it
FE 4% Lipofectamine2000 1 13 B T5 AT . Fd 4k 4% 4
SIRNA AN [F] RIS R ALk, dE i34l %%
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HT-2940 4. e 5, RIEN F—2D 5256,
1.2.4 cyclin D1

o F Y48 hfiT, WU 402 40 e, A,
B JE LR (R L AN M A A e R
FUNGdi Acyclin DIFUA AN AT IR 1) 2
AVTIE S A0, PR IS5, B OHTE. 17SDS-
PAGEHLYK, 2 Ji LA A% B B 1 4 B0 21 1
PYERIE b, B 5 I Rdt Acyclin D1gUAE, Al
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Oh 12h 24h

36h 48 h 60 h 70h

0.043+ 0.003 0.200+ 0.005 0.391+ 0.017 0.497+ 0.011 0.631+ 0.009 0.765+ 0.006 0.866+ 0.021

sense 0.042+ 0.004 0.198+ 0.005 0.401+ 0.006 0.512+ 0.031 0.614+ 0.011 0.733+ 0.009 0.835+ 0.017
antisense  0.041+ 0.003 0.124+ 0.004° 0.206+ 0.008" 0.365+ 0.050° 0.516+ 0.007° 0.583+ 0.010° 0.676+ 0.016"
°P<0.01 vs

E BRI S 23 M A, A8 595 PRI A B AT A,
SRR, LA B AR AR, WO R A bR
22 T 4T 2 K i 2.
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R TV A 2 B, WS A . BB A v A
DR H0ASCI 5 H-TdRIB A & [ CPMAH..
1.2.7 24l
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RNase) !, S A 1 h, A H 0240 i 506 41 g
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Rk . AT FH AR 5656 S I B AR A T A AT

2 BR
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YL [ X siRNA fantisenseZH 41 fficyclin
D1#£ A K T sense L A X 4H. Image-Pro
PlusE4 5341 .7 antisenseZH 4ll fficyclin D17
FIE W AR FRAL11124.77%, T G 1 siRNATK
senseZH AIX} HE ZH cyclin D122 A AL 1A-B).
2.2 MTT FRUGET M, an-
tisensedl. XM Flsensed 41 B WG & 6 25 3]
(P>0.05). 12 hFF4f, antisenseZd 41 H I 6 2
T X 4] Flsense 4] (P<0.01). 7E UL 5 14F
A E], BI24. 36, 48F172 h, antisense
2H 41 L 1RO BE XY B I T TR Fllsensedd
(P<0.01)(F1, E2).
2.3 "H-TdR X R AR
senseZ124 hif’H-TdRB N &3 41798.4 +
55.36f11851.4+83.46, IfjantisenseZH 41 /{124 h
[P H-TdRIZ Ay 1181.8+117.97, ot AL A
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B eRmENEERENENRNATHXIHT-2948k
cyclin DIFRIARZW. 1: ;2:sense ;3. antisense .

G/G, s G,/M
60.87+ 523 26.42+ 4.65 12.91+ 3.13

sense 59.14+ 8.67 27.93+ 3.64 13.93+ 2.65
antisense  79.31+ 7.34° 13.67+ 4.32° 7.32+ 1.65°
°p<0.01 vs Sense .

senseZH ] Wi /> (P<0.01). %I HE 4 FlsenseZH24 h
(¥’ H-TdRE N\ 622 31 (P>0.05)(1#13).

2.4 R
411 B 4 B HEZH 40 MU 47 60.87 % 4k TG o/ G,
26.42%4b TSI, senseH M A 59.14% 4k T
Go/G M, 27.93%4bT-SH, MifE 4 x LsiRNAT
antisenseZd 4 M5 79.31%4L T-G/G, 3, 13.67%
TS, 5xF 4] Misensedl M LL, 4T Gy/G,
OTH 40 MR AL T ST B 40 i, B W R E e
(P<0.01, 2, K14).
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JERVEI. 1: :2:sense  ; 3:antisense .
100 -
| ]
80 Il sense
S [ antisense

60

40

20

|

G,/M

Go/G; S

B 4 HRABIEEAREMcyclin D1 siRNAXTHT-294Bia/EHA
BYSZ0A.
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