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[ABSTRACT] AIM: To investigate the effects of RUNX3 gene on the growth and drug sensitivity of SH — SY5Y
cells. METHODS; The siRNA plasmid of RUNX3 was constructed and transfected into SH — SY5Y cells. Stable transfecta-
nts were identified by RT — PCR and Western blotting. The growth curve, cell cycle distribution, drug sensitivity assay and
accumulation of adriamycin in cells were detected by MTT assay and flow cytometry. The expressions of cyclin D1, CDK4,
CDK6, p21, p27, Bel -2, Bax, P — gp and MRP were analyzed by Western blotting. RESULTS; mU6pro — RUNX3 siR-
NA was successfully constructed and transfected into SH — SYSY cells. Down — regulation of RUNX3 significantly promoted
the cellular proliferation, inhibit the drug sensitivity and intracellular adriamycin accumulation of cells, compared with that
in the controls (P <0.05). The expressions of P — gp, Bel —2 and cyclin D1 in transfected cells were increased, while
p21 decreased. CONCLUSION: RUNX3 might play important roles in the development of neuroblastoma.
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Fig2 Detection of RUNX3 expression in cells by RT — PCR
(A) and Western blotting (B). Lane 1; SH - SYSY
cells; Lane 2; SH - SY5Y — mU6pro cells; Lane 3. SH
—SY5Y - siRNA cells.
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Fig3  Cell growth rate of the transfected cells in wvitro. Cell
number was evaluated by the absorbance at 490 nm in
MTT assay at the indicated time. The value shown was

the mean of three determinations. ¥ +s. n=3. " P <
0.05 »s SH — SYSY — mU6pro.
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Fig 4  Fluorescence intensity analysis of intracellular ADR in
transfected cells. ADR was added to cells in log phase to
a final concentration of 5 mg/L. After 1 h, cells were
harvested for detection of ADR accumulation. Cells were
then washed twice with cold PBS, and the fluorescence
intensity of intracellular ADR was determined using FCM
with an exciting wavelength of 488 nm and an emission
wavelength of 575 nm. x+s. n=3. *P<0.05 vs SH -
SYSY — mU6pro.
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Fig5 Western blotting analysis of cyclin D1, CDK4, CDK6,
p21, p27, Bel -2,Bax, P — gp and MRP in transfected
cells. Lane 1. SH - SY5Y — mU6pro; lane 2. SH -
SY5Y —siRNA. B - actin was used as an internal con-
trol. The blotting was visualized by ECL system. Results
were representative of three independent experiments.
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