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Abstract AIM To explore the relationship between hyper-
methylation of the promoter of TSLC1 gene and laryngeal squa-
mous cell cancer. METHODS Promoter hypermethylation and
mRNA expression of TSLC1 gene were respectively detected by
methylation-specific PCR and RT-PCR in normal laryngeal mucosa

n =4 n =40 .
RESULTS Among the 40 patients with laryngeal squamous cell

and laryngeal squamous cell cancer

cancer hypermethylation of TSLC1 promoter was seen in 21 cases

52.5% . There was no significant difference in hypermethyla-
tion in relation to pathological grade and clinical stage and classi-
P >0.05
observed between the patients with and without lymph node metas-
tasis NO and NI P <0.05 . TSLC1 promoter hypermethyla-

tion was observed in human laryngeal squamous cell line Hep-2.

fication but a highly significant difference was

TSLC1 mRNA was not expressed in all laryngeal squamous cell
cancers with hypermethylation of TSLC1 promoter and Hep-2
cells whereas it was expressed in normal laryngeal mucosa polyp
of vocal cord and laryngeal squamous cell cancers without hyper-
methylation. CONCLUSION Hypermethylation of TSLC1 pro-
moter is associated with loss of its transcription in laryngeal squa-
mous cell carcinoma. The high- frequency hypermethylation of
TSLC1 promoter illustrates its potential clinical application as
tumor marker for diagnosis and prognosis.
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DMEM Gibco 37°C 50
mL/L CO,
1.1.3 Tris-
K AMRESCO
Tiangen TRIzol
GIBCO M-MLV GIBCO
Taq DNA TaKaRa PCR
Minicycler TMPTC150 Research
UV-265W BECKMAN
GelBase
uvp
1.2
1.2.1 DNA - -
DNA
1.2.2 1 pg DNA
0.3 mmol/L 50
pL 37C 30 min 10 mmol/ L 30
pL 3 mol/L 520 pL 45<C 16 h.
DNA 50 pL
0.3 mmol/L 37C 30 min
DNA 50 pL .
1.2.3 RNA RT-PCR mRNA
1 x10’ 50 mg
1 mL TRIzol
RNA. ¢cDNA complementary DNA
25 pL RNA 2 pg M-MLV oligo
dT
cDNA. PCR TSLC1

5’-CCG GGT TAA GCC TTG TAG AG-3’
5'-TCA GGT GTIT CAA AGG GAA C3'.

B-actin 5'-GCT CGT CGT CGA CAA
CGG CTC-3' 5'-CAA ACA TGA TCT
GGG TCA TCT TCT C-3’. PCR cD-
NA 2 pL 10 x PCR 2.5 pL 10 mmol/L dNTP
2 pL 10 pmol/L 1 uL Taq DNA 0.5
pL 25uL  95%C 5 min 95°C 30 s 56C
30s 72C 30 s 35 72C 10 min. 15
g/L PCR .

1.2. 4 PCR methylation-specific
PCR MSP M1 5'-TTT TAA

TTA TTT TCG AGT TTA TCG-3'
M2 5'-TCT TTA AAA ACG AAA ACT ATA CG-3’
Ul 5'-TTT TIT AAT TAT TIT

TGA GTIT TAT TG-3' U2 5'-
AAA TCT TTA AAA ACA AAA ACT ATA C-3'. MSP
DNA 2.5 uL. 10 xPCR 2.5
pL 10 mmol/L dNTP 3 pL 10 pmol/L 1 pL
Taq DNA 0.5 pL 25 L. 95<C
5 min 957C 40 s 56°C 40 s 72°C 40 s 40
72C 10 min.
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