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Abstract

AIM: To investigate the effect of transfection of
nucleostemin-specific small interfering RNA
(siRNA) on nucleostemin expression and cell
proliferation in human colorectal carcinoma cell
line SW480.

METHODS: A plasmid containing siRNA tar-
geting the nucleostemin gene was constructed
and transfected into SW480 cells with Lipo-
fectamine2000 Reagent. After transfection, nu-
cleostemin expression was detected by real-time
PCR and Western blot, and cell proliferation was
determined by MTT assay.

RESULTS: Compared to the control groups, the
levels of the nucleostemin mRNA and protein
were obviously reduced in cells transfected

with nucleostemin-specific RNA (protein: 1.069
+0.368, 1.003 £ 0.313 vs 1.901 * 0.817, both P <
0.05; mRNA: 1.069 + 0.368, 1.003 + 0.313 vs 2.035
£ 0.665, both P < 0.05). There were no significant
differences in the expression of nucleostemin
mRNA and protein between the two control
groups (both P > 0.05). SiRNA-mediated inhibi-
tion of nucleostemin expression significantly
suppressed the proliferation of SW480 cells.

CONCLUSION: SiRNA-mediated inhibition
of nucleostemin expression significantly sup-
pressed the proliferation of SW480 cells.
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1.1 A SWAR04N Ml ph At R K 24 [R] P I 2%
Boc BT Je B 1 B B 1 Ak P9 BL R i 9 S 56 5 R AT
Lipofectamine 2000/ [ InvitrogenA #l; WZ
18sRNAFINSH:E 5 ¥ HiInvitrogen/s &7 A Jl;
NS—#il H ChemiconA &); NS #i¥ H Invitro-
gen’Aw); NS B-actin—Hi. Py H UL
A TR R AT,

12 7%

1.2.1 4 %siRNAF7]: MPubmed$ 4 7 7
HNSIHE K74, HAEsiRNAE N, Bk
siRNAJFF, H Mk 24751, BB
FEN T A O TR (S14H: AAAGCAGGGT-
CACAAGAAGCC, S241: AAGAAGCCTAG-
GAAAGACCCA). FIHEx] 77 FIHr2 41 siRNA
Je 5 A A 5], A5k 5 SO

1.2.2 % ff3% i Fe k4. SWAS0SN L5100 mL/
L FBSHI164085 355 77, 142 X 10°/4LINH E
BeRh T 64U, 37 C. 50 mL/LCO, R F: 4
Ki3%24 h, £ 40 Mo Wi BE 3L 2)50%)5, FHLipo-
fectamine20003H 174 4%, 6 hj5 #4100 mL/
L FBSHI164057 789, 2% PO FRALAUI AR 5 14
(CANA), siRNA-14EHZ 4S14H, siRNA-24 5
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KGN, % 2 X 10°/FL I B PP T 96 FLIR,
37 ‘C. 50 mL/L COX5 M h 159724 him, 7
FEFRW, IIN200 pL I3 IR 773, Lipo-
fectamine2000H 1T 4L, 6 h/5#: 4 75100 mL/
L FBSI164055 37200 pL, T #5424 h, 48
h. 72 hJE & IA20 pL MTT, 4455974 h, 3752
IR, 20 HIINAN150 L DMSO, 7% 10 minjm,
BEEARSCRT IR Y FE (A). 41 ST % = 1-5K
56 ZH R PR AL/ L R RO s P
1.2.4 RNA# I feReal-time PCR: #4 /2 X 10°/4L
FRY R P Al B e Fb T-6 FL AR Y, 37 'Cv 50 mL/
L CO B34 h 9524 hin, MEATHEYe(RE Y0
P%[A]1.2.2). 48 h)5 FHI TRIzol$Z U4 il S RNA, Jf
AT 5%, RH20 uLfk &R 47 Real-time PCR
P NSERFFIY): Forward Primer: 5'-GTG-
GACAGGTGCCTCATTAGC-3', Reverse Primer:
5-AAAATATGGAGGAGGAGTCCAAGA-3;
18sRNAF5|#): Forward Primer: 5'-CGAAC-
GTCTGCCCTATCAACTT-3', Reverse Primer:
5'-ACCCGTGGTCACCATGGTA-3'.
1.2.5 Western blot: L2 X 10°/4L f 45 41 o 4%
FiFefLBRH, K59%24 Wi, AT Y (R Y 0 R
[[1.2.2). 48 hj5, RIPAZ R L H AN M & & 11,
BCARNE B KB, fLH%60 pgt &= Al
FETSDS-PAGEHERH, 120 VHLIK2 h, 200 mA
FEIE60 min, SR RN CHE BN 25 AH N B4 ) df
HIBR(NS—HLKEL & 10 000, B-actin—HLIK &
1 :400), 4 CHFE LA K HTBSTZ RS0
min, 330 JIAFHN ZHUINSZHTIREL 2 10 000,
B-actin “HTIKIEL : 4000), 37 CHEE 1 h, TBSTLZE
PR 10 min, JE39K, 5 ARG,
Gt FrE EdE Hmean £ SD&RIR; F
R LU 5 22551, TRREAT 5 25 o0 b, AFSCR
FISPSS11.78 AT G vt 43 .
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2.3 Western blot XfWestern blot4h 5% H #f:
(BandScan5.0)/HT, %448 hJm, S141. S24INS
B RIS FINGLAH LG W 2R B (D 208 &4 51
i 1.06940.368, 1.003+0.313, 1.901+0.817,
P<0.05). S141. S24INSH X IAFMVIYLH L
JNBR SR B (AN SR IA 40 0 A 1.069£0.368,
1.003£0.313, 2.0354+0.665, P<0.05). V41
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AP NS (o] LA AZ A i %, ANSE A
H2N S GTPE &AL, 44 GTP)E, NS
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