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ABSTRACT Objective: Osteosarcoma is one of the most common skeletal cancers. It is a highly malignant tumor characterized by
rapid progression, poor prognosis, and frequent tumor recurrence. Orail as calcium channels is widely expressed in various tumor cells,
which play essential roles in regulating cell adhesion, migration and invasion. However, it remains unclear whether Orailis involved in
the progression of osteosarcoma. Here, we investigated the functions of Orailin the metastatic processes of human osteosarcoma cells.
Methods: In this study, RNA interference was used to downregulate the expressions of Orailin human osteosarcoma cells Saos-2. Cell
adhere test was used in Orail siRNA transfected human Saos-2 osteosarcoma cells to test cells adhesion potential. Transwell test was used
in OrailsiRNA transfected human Saos-2 osteosarcoma cells to test cells invasion potential. Monolayer wound healing assay was carried
out in OrailsiRNA transfected human Saos-2 osteosarcoma cells to test cell migration potential. Western-blot was used to test the
phosphorylation levels of FAK and paxillin. Results: Transfection of human osteosarcoma cells with siRNA targeting Orail, led to
significant decreases in Orailcompared to cells transfected with the negative control siRNA. In OrailsiRNA transfected human Saos-2
osteosarcoma cells, the numbers of attached cells, invaded cells and wound closure rate were significantly decreased compared to cells
transfected with the negative control siRNA. Furthermore, phosphorylated FAK and Paxillin were markedly lowered in OrailsiRNA
transfected human Saos-2 osteosarcoma cells compared to cells transfected with the negative control siRNA. Conclusion: Orailmay play
important roles in the invasion and metastasis of human osteosarcoma cells and may promote the formation of focal adhesion. Orail may
enhance metastasis potential of human osteosarcoma cells and may be a promoter of carcinogenesis. Thus, drug targets Orailmay present
a new method for preventing osteosarcoma metastasis in osteosarcoma treatments.
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RPMI1640 4 ity 1 353 W4 [ 2% [E GIBCO BRL /A ] ; Orail
T A Beh il A: TA Rl A . Real-time PCR 354 S5 &
& F 3 [ Abcam 4 7 ;Real-time PCR {Y Il [ 3% E BIO-RAD
N,
1.2 ik
1.2.1 gRaFES o Saos-2 ZNEITEL(1x 10° 0 /mL)Ji5 4%
PO 24 FLAR, ¥ 24 FLACE FHRORR A0 1HIR 37 C A&
5% CO, R4S SR . 24 h S HUH 24 FLAR, A0S T Wgs
MRS RAF, FATC I 55 57 B S e i 4 3 WK, 43 iR 2
wL(20 pmol )Orail siRNA F1 Control siRNA T 98 wL JCIfiLiE
BrgR L W E 10 ming SRJ5FREAR TR 2 pL FIRS IR AR T 98
wL T I B 55 P8 10 min J5 KX IR R IR 5 MRS 5
FIRFE 25 min, SRJE L LRI AR TR R e A0 £L
o EANFLAMINES FRIE 2 500 pL 5 K REIRARCE T i 4
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1.2.2 XEESE PCR  F 5 e sialf & $2 B Saos-2 4 i (1)
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1 wL Oligo dT primer .2 pL dNTP mixture .1 wL Ace S 5% s/ |
1 wL RNase inhibitor 4 wL 5% RT buffer, 10 wL RNase-free 7K .
i A B —25 37 C 30 min, %5 — 2P 84C 30 sec, )2
Yy 4°CRAE, SRIGIEATSERTE R PCR [N . FHUNTF IR & -
12.5 uL RealMasterMix (SYBR 1) .2 wL #£# ¢cDNA .1 pL 1F 1]
21491 uL 217514 .8.5 wL RNase-free 7K . 2 b 451K« 55—
#94°C S5min; 5 4 94 C 60 sec.57 C 30 sec.72 C 30 sec,
30 MR =20 72 °C 5 ming s 4C S5, FSERS
FE T PCR ALY AT RGeS s
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ZH A 14 R, T R 2 ) — A R P MR K, o T 2 A e
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WP 1 h, PR PVDF I 4 5, A TI02E R0, 1588
S5 RAT RO F AT E AT o
12.4 MAFEMSERE  HL—JOIH 96 FLEFFRANAMAR, =fLMA
24 100 wL ) Matrigel it, # T 4C vkH. 29 12 h {5 LI
W FAE 5% 1021 3 0 3P T = R A1 29 30 min, Saos-2 41 fiig
Y% Orail siRNA Fll Control siRNA J5 4l H%0. ARSI A HL
1> 10° Zfi i 280 T 2 Hii F Matrigel JRALBE L o K AL SR
B TR FRAA TR Y 45 min J5, FABWSRREWRE
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1.2.5 MRS  Saos-2 4 g% Yt Orail siRNA I Con-
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B TAMIEFRAE Y 24 h, B1E BT MR HRA K E
SEARVEE R IAS LI R AE 6 FLARRIR , H A0 B 521
VRV 6 FLAR 3 PR VRIS , AL ATE ML K5 77
2 2 mL, RPZI7E (51 & W s T 40 B SR )54 6 FLARE T4 i
REFEFE R E RS HE 24 ho 24 h 5 BRI E WA TR, 4
S5 0 h Fi 24 h AHHTRR B 58 B, SRS THE A MLERS 22
A S E S 3 K
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10%Jif 4 775 /Y A M 55 3200, A& 10% G 4 3 1 20 35
TR L) 200 wL, Saos-2 4l fifF% %+ Orail siRNA F1 Control siR-
NA JE M4, B2y 2> 10% & RYE AR TR 28/ N2 I
=R NEET 24 FLATMIE SRR ZRNEWT B
AHMIEFRR T, SRE A i S A TR A i s g4
24h JE U RZEANE,, BBRRZENE EE ARG IR 4l
JH o SBCFH T 200 L [ DA 1 A AEZY 10 min S8)5 7 H RV
VEIEMEE L 200 WL JRAHE - GHErye g - i gnf. /bl
TUEREE T A o BE B TR S5-6 M ILET ISR IR
Bk i R NE IR AN BN SR E S 3 K.
127 GEit=sath SCIRdidiE A SPSS 13.0 B 4FiET student-t
g, LI AR AR AR (ass ) Fm, DA p fH/NT 0.05 %
INLIEERA G R

2 #R

2.1 $8[g Orail {9 siRNA 7 Bzl B PIEHAR Orail BRIZS
R

F A T¥+ Orail siRNA F1 Control siRNA 4L % Saos-2 Zififl
. ARG FRA1R ] Western blot I Real Time-PCR J7 W A& il 4
YuJ5 Saos-2 A HESEE K 1 Orail AR EHIRIAIKT-L M O-
rail By mRNA % 3 /K, 455820, 5%9¢ Control siRNA %}
FE4H 4%, %5 Y Orail siRNA () Saos-2 4 fifi | Orail By7& 3%
TRIKFLL S Orail f) mRNA 5% 5/KCF#8IW] i R R, 225 A Sei T
2FRE Y (p<0.05, 78 1 A 2),
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Fig.1 Effect of Orail siRNA on the expression of Orail in human Saos-2

osteosarcoma cells
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Fig.3 Effect of Orail siRNA on adhesion ability of human Saos-2

osteosarcoma cells
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Fig.2 Effect of Orail siRNA on transcription of Orail in human Saos-2

osteosarcoma cells
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Fig.4 Effect of Orail siRNA on invasion ability of human Saos-2 osteosarcoma cells(bar=100 pm)
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Fig.5 Effect of Orail siRNA on migration ability of human Saos-2 osteosarcoma cells( bar=100 pm)
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Fig.6 Effect of Orail siRNA on formation of focal adhesion of human Saos-2 osteosarcoma cells(bar=100 pwm )
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