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(PCR) (Applied Biosystems ),

70~95 ,

(Thermo ), PyroMarkQ96ID (Qiagen ); 1.2.4
ABI9700PCR System (Applied Biosystems ). PyroMark Assay Design 2.0 ,
1.2 PCR 2. Invitrogen
1.2.1
MCF-10A 1.2.5 DNA
MCF-7 10% (FCS) (Qiagen) ,
DMEM , BT-474 10% (FCS) DNA . PCR
RPMI1640 , 5%CO,, 37 50 uL, ddH,0 34.8 uL dNTP 1 puL
; MDA-MB-231 50 pmol-L™ 1uL  5xbufferGC 10 pL
10% (FCS) L-15 ; MDA-MB- DNA2uL Taq 0.2 uL. 95 3 min; 94
453 10% (FCS) RPMI1640 , 30s, 51 30s, 72 1 min, 40 ; 72
100% , 37 7 min; 4
; 2~3d | 1.2.6 (Pyrosequencing)
. PCR 40 uL ,
1.2.2 DNA RNA , DNA , Pyrosequencing
DNA (Omega ) ,
DNA;  Trizol(Trizol 4  dNTP(Qiagen),  Pyrosequencing
Sigma ) RNA. (PyroMarkQ96ID, Qiagen) , PyroQ CpG
DNA RNA , -80
1.2.3 PCR 1.2.7 Western
1pg RNA 50 umol'L"  oligo dT 0.5 RIPA , BCA
pL 0.5puL, dNTP , DEPC- , SDS-PAGE , ,
treated water 12 uL , 20 uL , . TUSCS
PCR , 25 5min,50 60 min, 70 ( Abcam ), 1:500 ; P-tublin
15 min cDNA. cDNA 1:2000
, () Realtime PCR 1.2.8
. 20 uL, :95 , 2min; 3 ,
95 105,60  30s,70  45s 40 , , SPSS
1 Realtime PCR
(5°-3")
TUSCS TUS5C-F GCTTCCAGCCCAGCCCTATG
TUSC5 TUSCS-R ACTCTCTGACCCACGCCCTT
Homo-actin Homo-actin-F AGCGAGCATCCCCCAAAGTT
Homo-actin Homo-actin-R GGGCACGAAGGCTCATCATT
2
(5°-3°)
TUSCS5-F1 TTTAGTTTGGGTTGGGGAATGG - PAGE
TUSCS-R1 ACAAATTCAAAATCTTATCATCCTTATTC 5’Biotin HPLC
TUSC5-S1 TGTTTTAGTTTGGAGTTGTA - PAGE
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Study: Promoter Methylatin Status of Tusct Gene in Breast Cancer

LOU Ting—tingl, KE Kong—liangz, ZHANG Le—mingz*
( 1.The Medical School, Ningbo University, Ningbo 315211, China; 2.Ningbo First Hospital, Ningbo 315000, China )

Abstract: To investigate the promoter methylation status of TUSCS gene in human breast cell and human breast
cancer cell lines, and the relationship between hormone receptor and HER-2 status of TUSCS expression.
Pyrosequencing is used to measure the promoter methylation status of TUSCS5 gene in four human breast cancer
cell lines and one human breast cell. qRT-PCR and Western blot are used to detect the mRNA and protein
expressions of TUSCS gene. It is found that the human breast cell line(MCF-10A) shows low-methylated status
and 4 human breast cancer cell lines show high-methylated status. However, the high-methylated status of the
breast cancer line with the negative expressions of ER /PR and HER-2(TNBC, triple-negative breast cancer) is
lower than the non-triple-negative breast cancer cell lines. Pathogenesis of breast cancer may be connected with
the promoter methylation status of TUSC5 gene in human breast cancer, and its high-methylated status is related
to the expression of hormone receptor and HER-2, but the mechanism is currently unknown and needs being
further studied.
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