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[Abstract] Objective
ma tissue and osteosarcoma cell lines MG-63 and U2-OS. Methods

To investigate the expression and correlation of microRNA-335(miR-335) and ROCKI1 in osteosarco-
Eighteen paired tissue specimens of osteosarcoma and matched
normal tissue were chosen clinically. Two osteosarcoma cell lines MG-63 and U2-OS were chosen as experimental group while the
human osteoblast cell line hFOB 1. 19 as control group, Quantitative real-time PCR were used to evaluate the different expression of
miR-335 and ROCK1 mRNA in osteosarcoma tissue and cell lines; miR-335 mimic was transfected into MG-63 and U2-OS, while
Quantitative real-time PCR and Western blot were used to evaluate the effect of over-expressed miR-335 on ROCK1 mRNA and
protein level. Results The result of real-time PCR indicated a special lower expression of miR-335 but higher ROCK1,and the cor-
relation between miR-335 and ROCK1 was negative. Western blot showed that miR-335 could decrease ROCK1 protein expression.
miR-335 mRNA showed a hyper-expression while lower ROCK1 mRNA and protein after transfection of miR-335 mimic. Conclusion

The expression of miR-335 and ROCK1 shows a negative correlation in both tissue and cell level ; over-expression of miR-335 can

decrease ROCK1 expression.
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1.2 gl Megedr ACE A1 R hFOB 1. 19 N & W H
AL MG-63 J U2-OSCH BB 1 41 M ) 5 RNA 32 B0
A 3 SRR & PCR R 7] & M Lipofectamine 2000 %% 3¢ i
BT A 7 & (Tnvitrogen 24 7)) ; ROCKT A i 5 50 B 47 7k (Cell
Signaling 72 7)) s miR-335 mimic & mimic control (] i 4 8 2>
A5 B AEY TR A A A B SYBR Master Mixture
(TaKaRa 24 7D ; Jifi 25 IfL 15 (Sigma /A 7)) s 2 F FEE (b4, b
stk 2= R R A | s DAB B 51 (FF 28 DAKO 724 #]) ; RP-
MI1640 ¥ 35 3 (Gibeo 22 ) s HE90 CO, ¥ 348 (24 [H Biome-
tra A ]) , CR21G [T 1= 3 AR ¥ ¥R 2.0 /L (A A& Sanyo 23 H])
Biospectrum AC ¥t 515 & 4t (35 [ Bio-Rad /3 7)) ; MX3000P
RT-PCR 4" #4{% (2 H Bio-Rad 2 7)) ;
1.3 Jik
1.3.1 4iffuss3= 5548 hFOBL. 19 40 #E & 1026 R 4 ML 3
B DMEM/F12 ¥5 3 Wi th . MG-63 J% U2-OS 4 i 75 & 10% ik
1ML ) DMEM 3538300, 3 B+ 37 *C 5% CO, A FE
MIEAE P B R . FRANM Al A 3R 3A 80X B, B 0. 25 %0 IR 2K 1 i
AL
1.3.2 JgmiEAn- S g KA K RIFH MG-6 F1 U2-
OS Jg G AL S5 - V88 40 i 2% B2 R 2 X 10° /L IF H2 FhF 6 FL AR
dr,24 h J5 F ] Lipofectamine 2000 g Jfi {& %% % miR-335 mim-
ic 50 nmol/L 4% [ 15 %2 AH L 19 X BR 4 . % Y 48 h J5 W £ 4
Jifl & RNA FLEE B IF 3E4T )G SRl .
1.3.3 RT-PCR il miR-335 5 ROCK1 mRNA %k =
B Trizol 107 & Uk B 45 48 B4 3 99 41 4 S K5 3% 19 hFOBL. 19
0 JIE 10 2 56 e 19 45 A 40 i B RNA FFFRi0. #%M Invitrogen
2 ) AR R0 100 Y S R AT 0 A SR RN L N AT PCR 373
PCR 3 & #% Invitrogen /4% @ # SYBR Green 52 I %% ) & &
PCR 2 7 &5 1 B 5 72 98 6 o AL 1 3#F 47 . miR-335 J ROCK1
IR Z IR U6 il Bactin, 51 JF FIHE L L 1. Bl miR-
335 5 U6 £ DBy L 2 miR-335 Y4 Xf 3 ik i , ROCK 1
5 B-actin ¥ DUEUHY LU A ROCKT Ay AR X 3k

1 B-actin,ROCK1,U6 #1 miR-335 HJ 5| ¥ 5 5l &

H A 4 19751 (5'-3")
Bractin PCR ki AGTGTGACGTGGACATCCGCAAAG
Fif ATCCACATCTG CTGGA AGGTGGAC
ROCKI1 PCR I AGGAAGGCGGACATATTAGTCCCT
Fit  AGACGATAGTTGGGTCCCG GC
Us6 PCR L CTCGCTTCGGCAGCACA
i AACGCTTCACGAATTTGCGT
miR-335 RT-PCR I{if GTCGTATCCAGTGCAGGGTCCG

T AGGTATTCGCACTGGATACGACA
PCR [ AGCCGTCAAGAGCAATAACGAA

T GTGCAGGGTCCGAGGT

1.3.4 Western blot ¥l ROCK1 7§ 4 #£ ik 2l 32 B 2R
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PLads Fm. WM HERBILER S ES SR &
By, 3F IF 2% 43 A 19 5% F 3E 2 %% Mann-Whitney #3838 20 52 3
Fe AR AR B IR 3R 4R 6 43 A RS i OE S 43 A BT ORI
Pearson #H 3¢ £ £, X A FF & R 7 1E & 4 A0 55 0k, Wi &
Spearman ¢ 2%k, DL P<<0.05 HEFHGIH¥E L.
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ik BEHL 18 I E KT A B PR AR T R A SR i 4 4 3R
M RNA fI 8 E . RT-PCR # Il miR-335 &% ROCK1 mR-
NA [k . Western blot # 1l ROCK1 & 4 % ik /K ¥ . %5 4
LU R I BC S AR A ROCK 8 R RS 0L . 45 R R . 18
Bie T (1 TR IR b A L A AR F IE B 4140, miR-335 mRNA 784
PRI 2 28 H R ) 2R 5K AR T ROCKT mRNA K 8 [ 3% iR #H )
T DL 15 G g 40 4 Ak S K T 45 SR (B R L A BU T IE R o Al
ZULROCKI A HHEP R LAHEWR. ZRAKIT¥E X
(P<C0.05), WL 2,

AE AL
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) Western blot 453,
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U2-0S o miR-335 {55 ik . ROCK1 7 3£ ik . 55 21 4 2 46 ) 2%
R WIR MR8 D@ RS 4 hFOBL. 19 40 il /5
X B, MG-63 K U20S BBk PR 968 240 M /R Sy S 3 41, i RT-
PCR #;:ll miR-335 &% ROCK1 mRNA [#j# 3%, Western blot &
W ROCK1 2 [ A7k, 255 Ws o AH LT 1 Fe A B8 48 i
hFOBI. 19, MG-63 % U20S #1 miR-335 mRNA %35 F& 11X, i
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Pe A IR 7q32. 2 X, FE NS IR i Rk 4 0 ik TR s o 2 1 A
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