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Relationship between the hypermethylation of the ASPP gene 5'-untranslated region
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Abstract: Objective To understand the possible cause of abnormal expression of ASPPI and ASPP2 in
The mRNA expression of ASPP1 and ASPP2 in 3

tumor cell lines (HepG2, MCF-7, A549 | fibroblast as normal control) retaining wide-type p53 was measured

the tumor cell lines retaining wide -type p53. Methods

using RT-PCR. The CpG island methylation status of ASPP1 gene and ASPP2 gene in the 5'-untranslated re-
gion was also investigated by methylation-specific PCR. Results The mRNA expression of ASPPI and ASPP2
was lower than that of control and CpG island of 3 kinds of tumor cells was hypermethylated. Conclusion  AS-
PP CpG island aberrant methylation could be one of the molecular and genetic alterations in wild -type p53
tumors.
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Tab 1 The sequence of primers sets and PCR conditions for ASPP1 and ASPP2

Primers Sequence Pre-PCR incubation Denature Annealing Extension Cycles Final incubation

RT-PCR .
ASPP1-f 5"-GCAGCACACAGCGCCTTAAATAAG-3' 95 C, 3 min 94 C,30s 56C,30s 72T,45s 30 72 C, 8 min
ASPP1 -r 5'-TCCATTGTCCACATCGGCCAAGGT-3'
ASPP2-1 S*-TATCTAATCCTTACCGAAACC-3' 95 C, 3 min 94 C,30s 557 ,30s 727C,45s 30 72 1T, & min
ASPP2-r 5" -CCCTCAGGCTCATAATCAA -3’

Methylation ;
ASPP1-Uf 5'-TTTTGTATTTTGTTGTAGTTGTTGTT-3" 94 T, 5 min 94 C,30s 517 ,30s 72°C,30s 40 72 T, 8 min
ASPP1 -Ur 5"-CACAAAAAAAATCCACAACACCC-Y
ASPP1-Mf 5'-CGTATTTCGTCGTAGTTG T3’ 94 T, 5 min 94 C,30s S1°C,30s 727, 30s 40 72 °C, 8 min
ASPPI -Mr 5" -CGAAAAAAATCEGCGACGCCC-3’
ASPP2-Uf 5"-GGTGTTTTAGTTTGTGTGGAGG-3" 94 T, 5 min 94 C,30s 51°C,30s 72C,30s 40 72 C, 8 min
ASPP2-Ur 5'-CAAACTAAAATACCCCAAAAAATCA .3’ 72 €. 8 min
ASPP2-Mf 5"-GTGTTTTAGTTCGCGCGGAGG-3' 94 °C, 5 min 94 C,30s 50.5°C,30s 72°C, 30s 40
ASPP2-Mr 5'-ACCGAACTAAAATACCCCGAAAA-Z
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Fig 1 The mRNA expression of ASPP1 in 3
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