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ABSTRACT Objective: To investigate the methylation status of RASSF1A gene in human osteosarcomas. Methods: Methyla-
tion-specific PCR  (MSP) was used to detect the status of promoter hypermethylation of RASSF1A gene in 44 osteosarcoma and corre-
sponding non-tumor bone tissues and the clinicopathological significance in human osteosarcoma was analyzed. Results: The methylation
ratio of RASSF1A gene in osteosarcoma tissues (61.4% ) was obviously higher than that in non-tumor bone tissues (20.5%, P<0.05). The
abberant methylation of RASSF1A gene induced the decreased expression of RASSFIA mRNA and protein in osteosarcoma or non-tu-
mor bone tissues. Additionally, the methylation of RASSF1A gene was significantly associated with tumor differentiation and metastasis
(P=0.022 and 0.016, respectively), but it had not associated with age, sex, tumor location and size of osteosarcoma patients (P=0.6944,
0.977, 0.786 and 0.831, respectively). Conclusion: The methylation of RASSF1A gene may contribute to the decreased RASSF1A gene
expression, and detection of RASSF1A promoter methylation might be an important molecular marker for the earlier auxiliary diagnosis
of osteosarcoma.
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Fig. 1 MSP analysis of methylation status of RASSF1A gene in tissues. U: Non methylation-specific PCR; M: Methylation-specific PCR. N: non-tumor

bone tissues; T: osteosarcoma tissues.
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Fig.2 Analysis of RASSF1A expression in osteosarcoma and corresponding non-tumor tissues. A: RT-PCR analysis of mRNA expression;

B: Western Blot analysis of protein expression. N: Non-tumor bone tissues; T: Osteosarconoma tissues. GAPDH: internal control
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Table 1 Association between RASSF1A methylation and clinicopathological factors of osteosarcoma patients (*P<0.05)

RASSFIA EFERERE
e PR IR ER4FAE (Status of RASSFI1 methylation) P&
(Clinicopathological factors) FAEL L 51 %5(%) FKEBEALHIE(%) (P-value)
Methylation (%) Unmethylation (%)
451 (Gender) 0.944
B4 (male) 14(60.9) 9(39.1)
4 (Female) 13(61.9) 8(38.1)
FE§5(%) Age (years) 0.977
<20 11(61.1) 7(38.9)
>20 16(61.5) 10(38.5)
BdYEE K 7N (tumor size) (cm?) 0.786
< 50 18(60.0) 12(40.0)
>50 9(64.3) 5(35.6)
YL & (Tumor location) 0.831
B& / B2& (Tibia/femur) 15(22.9) 10(77.1)
HT (Elsewhere) 12(54.5) 7(45.5)
By 4> 14 (Differentiation) 0.022*
4% / B (Well/Moderate) 19(76.0) 6(24.0)
£ (Bad) 8(42.1) 11(57.9)
FEFRIE M (Metastasis) 0.016*
7 (Yes) 18(78.3) 521.7)
% (No) 9(42.9) 12(57.1)
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