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Inhibitory effect of vector-mediated RNAI technique on expression and function of vitamin Ds receptor in hu-
man osteosarcoma cell line HOS 8603

ZHANG Ye', ZHU Xiao-yan®, L1U Yuwjian'™ , LU Jian * (1. Department of Pathophysiology, College of Basic Medical Sci-
ences, Second Military Medical University, Shanghai 200433, China;2. Department of Physiology, College of Basc Medical
Siences, Second Military Medical University)
[ ABSTRACT] Objective:To construct an expression vector containing RNA interfering (RNAI) sequence targeting human vitar
min Ds receptor (VDR) protein gene, and to investigate itsinhibitory effect on the expression and function of VDR in a human
osteosarcoma cell line. Methods: Two small interfering RNA sequences targeting VDR were designed by online screening and
were cloned into the expresson vector (pSlencer-2.1-U6) . Then the products, pSlencer-2.1-U6-VDR1 and pSlencer-2. 1- U6
VDR2, were separately trandected into a human osteosarcoma cell line (HOS8603) by liposome. Western blot was employed
to determine their effect on VDR protein expresson and 1,25 (OH)2Ds-induced phosphorylation of PKC. Cell counting and
M TT were used to evaluate their influence on the inhibitory effects of 1,25(OH).Ds on HOS 8603 cells proliferation. Results:
Compared to HOS 8603 cells transfected with control vectors, those trandected with pSlencer2. 1-U6-VDR1 or pSlencer2. 1-
U6-VDR2 had significant decreasesin the expression of VDR protein, in theinhibitory effectsof 1,25(OH)2Ds on the cell pro-
liferation, and in quick phosphorylation of PKC induced by 1,25(OH)2Ds. Conclusion : The vectors constructed in the present
study (pSlencer2.1-U6VDR1 and pSlencer2. 1-U6-VDR2) can sgnificantly suppress the VDR expresson in HOS 8603 cells,
and block some biological activities of 1,25(OH) 2.Ds mediated by VDR, which paves a way for further study on the biological
functions of VDR and vitamin Ds.
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Fig1 Identification of interfering efficiency on VDR after transient tranfection (A) and sable trafection ( B)
1:Trandected with 3.0M g control vector. 2: Transfected with 3. OM g pSlencer2. 1-U6-VDRL. 3: Trandected with 3. 0M g pSlencer2. 1-U6
VDR2; " P<0.05 vstrandected with 3.0 g control vector group ,n=3. 4:Stably transfected with pSlencer2. 1-U6-VDRL1.5: Stably transect-

ed with control vector. 6:Stably transfected with pSlencer2.1-U6-VDR2;
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Fig2 Hfect of 1,25(0OH)2Ds on phosphorylation of PKC in
HOS 8603 cdlls stably transected with small interfering RNA
Cells trandected with vacant vectors, pSlencer2. 1-U6-VDR1-hygro
and pSlencer2. 1-U6-VDR2-hygro were treated with 10° 7 mol/L
1,25(0OH) 2D3 or vehicles for 30 min. Then protein was isolated
from cellsand was subjected to Western blot analyss. 1: Cdlstrans
fected with control vectors and treated with vehicle;2: Cells trans
fected with control vectors and treated with 1,25(OH) 2D3;3: Cels
trandected with pSlencer2. 1-U6-VDRL1 and treated with vehicle;4:
Cedls trandfected with pSlencer2. 1-U6-VDR1 and treated with
1,25(0OH) 2D3;5: Cdlstrandected with pSlencer2. 1-U6-VDR2 and
treated with vehicle; 6: Cdls trandected with pSlencer2. 1-U6
VDR2 and treated with 1,25(OH) 2D3
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