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Abstract AIM To quantify the circulating DNA and detect
the variation of 5' CpG hypermethylation in pl6 gene in plasma
from patients with breast cancer. METHODS Blood samples
were collected from 61 breast cancer patients
and 27 healthy volunteers.
The circulating DNA was extracted and analyzed by fluorescent
dye SYBR green I
methylation-specific PCR MSP
pl6 gene was detected in circulating plasma DNA and correspond-

and 33 patients

with non-neoplastic breast diseases

staining. Using a modified semi-nested

the status of methylation of

ing breast cancer tissues. RESULTS The circulating DNA con-
centration in the breast cancer was 65.0£45.3 pg/L signifi-
cantly higher than that in the patients with non-neoplastic breast
19.0 £9.5 pg/L and that in the normal controls

13.0+7.3 pug/L P <0.05
found in44.3% 27/61 circulating DNA and in 46.2% tissues
of breast cancer and there was no significant difference between
them P>0.05 . CONCLUSION Circulating DNA in plasma

may become an additional tumor marker for the diagnosis of breast

diseases

. Methylated pl6 gene was

cancer.
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. QIAamp

DNA Blood Midi Kit Qiagen
SYBR green I Molecular Probes
DNA Invitrogen Wizard DNA Purification
Resin Promega PCR BIO-RAD
FR2200
1.2
1.2.1 5 mL
EDTA 3000 r/min 10 min
10 min
-80C
DNA . 33
27
1.2.2 DNA DNA
QIAamp DNA Blood Midi Kit Qiagen
2 mL 300
pL  DNA.
DNA
1.2.3 DNA 10wl  DNA
1:3000 SYBR green I Molecular
Probes
345
nm 500 nm
DNA DNA
DNA
DNA
. 3
1.2.4 DNA 0.5¢g
10
DNA 50C
1h K 100 mg/L
50°C 3h .
20 mg/L 37%C 1h
10 min 4000 r/min
10 min
25:24:1 : 24:1
1/10 3 mol/L 2~2.5
DNA 700 mL/L V/V
DNA 3 TE

DNA -20C DNA

1.2.5 U 5'-TTA TTA
GAG GGT GGG GTG GAT TGT- 3’ 5'-CAA CCC
CAA ACC ACA ACCATAA-3' M 5'-TTA TTA
GAG GGT GGG GCG GAT CGC- 3’ 5'-GAC CCC
GAA ACC GCG ACC GTA A-3' U
M
1.2.6 DNA
DNA 50 pL 50 pL 0.2 mol/L
NaOH 37C 10 min 10 mmol/L
30 pL 520 L 3 mol/L NaHSO, 50°C
16 h
DNA. DNA Wizard DNA Purifi-

cation Resin Promega

1.2.7 PCR PCR
Taq DNA 25 L DNA 2.5 ng
1 20 pmol/L 1 pL 2 20 pmol/L 1 pL
200 pmol/L dNTPs 1 pL 50 pL.
PCR 95C 12 min 95C 45s 60C 45 s
72C 60s 35 72C 10 min.
SPSS 11.0
X
P <0.05
2
2.1 DNA
65.0 £45.3 pg/L 19.0 +
9.5 pg/L 13.0+£7.3 pg/L.
DNA
P <
0.05 .
2.2 DNA
ROC
19 pg/L
95.1% 88.9% ROC
AUC  0.946 95%CI 0.876 ~0.983 1.
22 pg/L
93.4%
66.7% AUC 0.845 95%CI 0.756 ~
0.912 1.
2.3 DNA pl6 5' CpG
DNA 61 DNA
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