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Overview of Analysis procedure

( 1. gDNA Preparation )
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(- 2. Bisulfite-treatment and PCR reaction A
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4 3. Purification of PCR product & TA-cloning o 6o )
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( 4. Cloning confirmation by PCR using M13 primer set \
( 5. Plasmid purification and sequencing \
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1. Quality Control of Genomic DNA
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2. Primer Design and PCR Condition Set-up
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3. Bisulfite Treatment
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4. PCR Amplification and Confirmation with Agarose Gel Electrophoresis
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5. TA Cloning
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Target DNA fragment

TA cloning with pCR2.1 Typical result of transformation
TOPO vector onto LB/amplicillin dish



6. Colony Peaking & Single Cell Culture
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7. Plasmid Purification
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8. Confirmation of Cloning
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Confirmation of cloning by restriction enzyme digestion and agarose gel
electrophoresis. Upper band represents the original vector and lower
band are target DNA fragment.

9. Sequencing & Result Report
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The representative results of bisulfite clonal Positive oo e o -4
Sequencing with methylated target sequence 444 G 4444444
(upper) and unmethylated target sequence 20888 i 00ee8808
(lower). Check mark(red) indicates Cytosine o444 o)+t
residue of CpG site.
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o] Unmethylated CG site
@ Methylated CG site
) Failed analysis



