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Abstract Objective: To investigate the expression and methylation status of ras—association domain family(RASSF)10 and its corre—
lation with the clinicopathological characteristics and prognosis in non—small cell lung cancer. Methods: The expression of RASSF10
were detected by real-time quantitative reverse transcription PCR and Western blotting. Methylation—specific PCR(MSP) analysis was
utilized to detect the methylation status of the RASSF10 promoter. RASSF10 was analyzed by immunohistochemistry and enzyme-linked
Immunosorbent Assay (ELISA ). Overall survival was subjected to multivariate analysis by using Cox proportional hazard model. Re—
sults: The mRNA SPCA-1(z=21.38,P<0.05),NCI-H157 (2=56.73,P<0.05) and protein expression levels SPCA -1 (2=33.14,P<
0.01),NCI-H157(2=56.34,P<0.01 ) of RASSF10 in non—small cell lung cancer cell lines(SPCA-1 F1 NCI-H157 ) were lower than
those in non—tumor cell line. RASSF10 was methylated in SPCA-1 and NCI-H157 cell lines, after treatment with 5—aza—2'-deoxycyti—
dine, RASSF10 expression was increased in the mRNA (¢1=18.14, P<0.05) and protein expression levels(:1=56.13, P<0.05) cell lines
by MSP. The methylation status of the RASSF10 promoter was intimately and significantly correlated with RASSF10 expression in tumor
and blood (x>=19.271,4.831, both P<0.05). The methylation status of the RASSF10 promoter and RASSF10 expression were associated
with the survival of patients with non—small cell lung cancer . The RASSF10 expression( HR=0.508, P<0.05) and lymph node
stage( HR=1.839,P<0.001 ) were identified as the an independent predictor of the overall survival. Size of tumor(x?=4.787, P<0.05),
intratracheal dissemination(x*=15.618,P<0.001) and lymph node stage (}*=11.588,P<0.01 ) were related with RASSF10 expression.

Conclusion: The expression of RASSF10 is low in non-small cell lung cancer. RASSF10 in tissues may be a valuable biomarker for the
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assessment of non—small cell lung cancer prognosis.

Key words non-small cell lung cancer; RASSF10; methylation; prognosis
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Tab.1 PCR primer sequence

FEN AR 519F51(5'— 3") 741 (bp)
RASSF10 F AGGGTGAGGGTAGAAGAAGTA 168
R GTTCTAGCTGCCATCAGTCCTT 143
GAPDH F AGAAGGCTGGGGCTCATTTG 135
R AGGGGCCATCCACAGTCTTC 126
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Tab.2 Methylation primer sequence

HEEAEAR A F19FFI(5'—3") 74 (bp)
M-F GGGGTATTTTGGGTAGAGTTAGC 132
M-R AAA CAAACTAAAAAACGACTACGAC 156
U-F GGGGTATTGGGTAGAG TTAGAGTG 135
U-R AACAA ACTAAAAAACACACTACAAC 128
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Fig.1 Expression of RASSF10 in lung cancer cell lines and normal cell lines
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Fig.2 Detection of RASSF10 methylation status by qPCR and Western blotting
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Fig.3 Expression of RASSF10 in lung cancer tissue by

immunohistochemical
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Tab.3 Survival analysis of patients with non—small cell lung

cancer

2 s4pAfE HREESMT ZEESH
F(%)  y P HR P
PE5 0.406  0.524
5 43.6
«© 46.1
FR () 0255 0.614
<60 409
>60 48.8
W AR 2917 0.088
= 33.8
& 50.5
S RS A 2.637 0.268
77272 49.5
Mo 44.0
HoAth 333
SIENHERL 11.532 0.001 0917 0.383
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D 19.1
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>3 39.8
T 5 6.163 0.046 1392 0.126
T1 493
T2 44.4
T3 312
N 431 39.376 <0.001 1.839 <0.001
NO 77.1
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N2 158
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Yk 29.4
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RASSF10 F AR 13.426 <0.001 0.584 0.073
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Fig.4 Survival curve of patients with non—-small cell lung cancer

according to RASSF10 expression( negative or positive )
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Tab.4 Relationships between RASSF10 expression and

clinicopathological characteristics

RASSF10 ik s
AR BiEG) WG X P
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EE 46 22
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() 1.978 0.160
<60 35 25
>60 39 16
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00 18 14
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T 54 4.258 0.119
Tl 22 20
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N7 11.588 0.003
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DNA FREAL R WA WL 152400, DNA H Ak 2
B0 THBE 3 FH i E & CpG /Y X, TE IR 4%
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B RASSF10 7525 i i e sl X Sl A7 e H Ak
RASSF10 FRiA[%K. Wang ZFBL B, 5 1E 5 2L
ARG, TERFE 41410 RASSF10 mRNA 125 14 K -F
B, HAIK RASSF10 ik 55 3hF#8 A G
Guo SFM[EFE & BUAELS E I, RASSF10 #iA 1
KA RASSP10 Ja gl 7 X AL B AH G . 4K,
KT RASSF10 7EIE/ N M filidi v 2k IR 550 o
A FE K IR, AE /N0 il 98 20 B Bk ) RASSF10
mRNA I BRI ACEBR T AR MR 4n e R .
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