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Methylation-Specific PCR (MS-PCR)
1 Methylation-Specific PCR
Methylation-Specific PCR
méthylation
bisulfite cytosine
methylated uracil cytosine methylated
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bisulfite-modified DNA
1 hydroquiuone 5% 5
1 nylooe ot
2 bisulfite 188 5
195M (NaOH)5  (
3 12 50
4 2M (NaOH) 55 ( fresh
soclym '3,
b, (Incubate) 37 10
6. hydroquinone 1 30
vortex
1 bisulfite 2 520 vortex
8. mineral ol 200
(Incubate) 50 16-20
9 _ Wizarg™ resin 1 ]
¥esi it
10. 9 syringe column vacuum
manifold apply vacuum
1 80% isopropanol 2 apply
vacuum
12 column (elute)
‘ 50-70 50 (spin)
microfuge 10000 1
)
B 3N (NaOH) 55
s (0
ofe gl )
14 10 MNH40AC 17 95% 2-3
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15 -0
16. 25 supernatant
70%
17 speed vacuum
PCR
PCR mixes
1 (thaw) PCR buffer 4NTP mix ~ primers

(precipitate)
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master mixes PCR reaction (DIx PCR
buffer (2) 2 mM 4dNTP mix (3) sense primer  antisense primer 300
1 (4) T&]DNA polymerase(Perkin-Elmer) Lunit
2. PCR master mixes 18 PCR tubes
3 template 17 1
20
4 12 25-50
thermal cycler
PCR products
1 PCR denaturation %
5
2 PCR amplification parameters
H 60 % dénaturation
H 60 57 primer annealing
H 60 12 elongation
1 4 1 elongation
4 0el
PCRproducts gl electrophoresis
I} 2% Agarose gels  nondenaturing  Ix TBE buffer
2. 1un gel
3 staingel  ethidium bromide uv illumination



2 Methylation-Specific PCR (MS-PCR) [16
usecr b
PCR products el electrophoresis  stain gel

ethidium bromide
PCR products  gel electrophoresis stain gel

ethidium bromide
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(Liver function test) CT
ULTRASOUND
CT MR
(staging)
Bone scan alkaline phosphatase
1 (response)
1
2
pl6
3 (Kaplan-
Meier curves)
pl6
log rank test
4
pib Chi-square test  Fisher's
exact test
5.
pib Chi-square test Fisher's
exact test
6. (univariate - analysis)
(status®  Chi-square test ~ Fisher's exact test
(survival tim¢)  Kaplan-Meier curves  log rank test
1 (multivariate analysis)
(status) ( rvival time) COX regression method

cox proportional hazard model



	บทที่ 3 วิธีดำเนินการวิจัย

