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Primer 1-2: 5 -AAACAACCCACTCCCCACCT-3" (ER%|FE=4);

Primer 1-3.

5’ -cgcecegecgegegeggcggrgcggegcggrgecacgeggggAAGAGGTAGGAGGTAGGGGA-3" ( AL &1

&BE55);

Primer 1-4: 5 -AAAACAAAACAAATTCAAAC-3 (E2FIZEE 6),
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50 X TAE buffer
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40% stock solution: BIO-RAD, 40(w/v)%-Acrylamide/Bis Mixed Solution(37.5:1);
50X TAE buffer: nacalai tesque, Tris—Acetate—EDTA Buffer(50x):

Urea: nacalai tesque, SP grade;
Formamide: nacalai tesque, SP grade
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Primer 2-1: 5 -TTTGGGGTTAGGTTTGGAAG-3" (BLFIEE 8);
Primer 2-2° 5 —-ACCTTCTTCAAAATAAAACAACC-3 (B2%I&E S 9):

Primer 2-3:
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5’ -cgeecgeegegegeggegggeggggegegggcacggeggg TTTTAGAGTTTGGGTTTTAG-3" ( B %1

E210);

Primer 2-4: 5" -TAACCTAAATACCAACACACA-3' (BLFIEH 1 1),
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Bisulfite LB DNA 1pul
Master Mix 101
Primer 2-1 0.321
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40% stock solution 3. Oml

50 X TAE buffer 0. 3ml 50 X TAE buffer 0.-3ml
Urea 1. 25¢ Urea 1,76g
Formamide 1. 2ml Formamide 1. Tml

40% stock solution: BIO-RAD, 40(w/v)%¥-Acrylamide/Bis Mixed Solution(37.

50X TAE buffer: nacalai tesque, Tris-Acetate-EDTA Buffer (50x);
Urea: nacalali tesque, SP grade;
Formamide: nacalai tesque, SP grade
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5’ ~TAGTGGGGTGGGGTTGA-3" (BEFIEE 1 3);

Primer 4-2: 5 -AAACACCCAAAAAACCC-3’ (BoF&EES14);

Primer 4-3:
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5’ -cgcecgeecgegegeggegggegeggcgggggcacgeggggAGGAGAGAAAAGGGTGATTA-3 (E2%)
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Primer 4-4: 5 —ACCCAAAAAACCCTCCTCCA-3’ (E25I&EHF16),
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#£7

1°* PCR AR AR 2" PCR B HEREK
Bisulfite #LERfE DNA 1pn1 1** PCR amplicon 2ul
Master Mix 101 Master Mix 101
Primer 5-1 0.3u1 Primer 5-3 0.3u1
Primer 5-2 0.3u1 Primer 5-4 0.3ul
dh,0 8.4u1 dH,0 7.4u1
WE 201 B 20pl
1** PCR iR R E 2" PCRIEFERRTE
95C 10 4> 95C 1043
96°C 5 96°C 5Fp
62C 5% (40171 62C 5% (45 %A o0
68°C 9 # 68°C 9 -
72C 10% 72°C 10%

000000000000 000000000000000000o0oOoooo0o0®®a0
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Ooogaod
%8
DGGE ' L 2eitk
10% 7 Z U7 3 R5L
B B AED  30%-———40%
30%ZECER 7 AR 40% 4k & L R
40% stock solution 3. Oml 40% stock solution 3. Oml
KO0 X TAE buffer 0. 3ml 50 X TAE buffer 0. 3ml
Urea 1. 88g Urea 2.51g
Formamide 1. 8ml Formamide 2. 4ml

40% stock solution: BIO-RAD, 40(w/v)%-Acrylamide/Bis Mixed Solution(37.5:1);
50X TAE buffer: nacalai tesque, Tris-Acetate—EDTA Buffer (50x);
Urea: nacalai tesque, SP grade;

Formamide: nacalai tesque, SP grade
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110>

<120>

<130>

<150>
<151>

<160>
170>
<2105
211>
<212>
<213>

<2205
<223>

<400>

Cgcoccgecge gegegEcEes CEBZRCEREL gCcacggesgy

<210>
211>
<212>

<213

<2205
<223>

<400>

(25)

SEQUENCE LISTING

KAGOSHIMA UNIVERSITY

A Novel Method for Analyzing DNA Methylation

PH-4735-PCT

JP 2010-098163
2010-04-21

33
PatentIn version 3.4

1
40

DNA

Artificial

GC—clamp

1

2

596

DNA
Artificial

JP 5765586 B2 2015.8.19
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40

30

Methylated region which is involved in expression of a promoter
of human MUC1 gene_and is bisulfite—treated, showing the urasil
to which the unmethylated cytosine is converted as thymine

2

40

gggaagtgga gtgggagatt taggggtggg tttittgatt ttgttgtata ggattttgat 60

ttagtiggtt ttgtttttta tttttatgtt agttgttgtt ttgaggttaa aattagagtt 120

taggggttta agttttagat tgttttittt tttttttttg gagttagega gteggttggts 180



aaaggegeag
fgtattttat

ggggttttgt

gggattggta

tttgaatttg

gttttttitt

agtgggttgt

210> 3
<211> 20
{212> DNA
213>

<220>
<223

<400> 3
aaaggeggag

210> 4
211> 20
<212>
213>

<220>
223>

<400> 4

DNA
Artificial

gttagttgga

ttagaatggt

tatttgttat

taaagtggta

ttttgtttit

tttttgtigt

tttgtttagg

Artificial

Primer

gttagttgga

Primer

aaacaaccca ctccecacct

<210> 5

<211> 60
212>
<213>

DNA
Artificial

gaataaatgg

tggggaggag

ttgttttget

gtgtttgtgt

tttttattta

tgttttttta

tggtttttgt

(26)

gtagttaggg

gaggaagagg

tgtgtttagg

ttgtittatt

ttttattatt

gtgtttatag

ggtttttttg

JP 5765586 B2 2015.8.19

ggttgagtga

taggaggtag

glgegtgggt

ttttaagtag

attatgatat

gtgaggggta

tggegttttgt

ttagagtttt
gggagggggt
ggggagtggg
ttagtgtttg
tgggtattta
tgaggtggee

tttttg
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220>

<223> Primer

<400> 5

cgececcgeege gCgcggcrey cEeggceggy gcacggegeg aagaggtagg aggtagggea

<210> 6
<211> 20
<212> DNA
213>

<220>
<223>

<400> 6
aaaacaaaac

2100 7

211> 497
<212> DNA
213>

<2207
223>

Artificial

Primer

aaattcaaac

Artificial

27

JP 5765586 B2 2015.8.19

20

Methylated region which is involved in expression of a promoter

of human MUCZ gene and is bisulfite—treated, showing the urasil
to which the unmethylated cytosine is converted as thymine

<400> 7
gaaggatttt

ttgttttaga
taggtttggs
agatttgttt
tgtatgtgtt
ggttgtgttt

tttattggeg

atattttttt tgttittgeg

gtttegettt taggaatgeg

atttgtttag tgggtgttig

ttggtaggat attttttttt

ttttggtgtg tgttggtatt

atttagggag ttataaagag

tttgggtttt ttagttgttt

gaggtttittt
ttggtttttt
geggtttatg
tggttatttt
taggttatag
atgatttttg

ttttgattat

tttggggtta

tagtgtaatg

gtgggttaag

gggtttgttt

ggttgtttta

ataatttgaa

ttggtagatg

ggtttggaag

tgagtttgat

gagtttgatt

ttttagtagt

ttttgaagaa

ttaatatttt

ttatatttat
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ttttggtttt tttttgtttt tttgtttttt tatttttttg ttaggatata taaggattag

atttttgttt tigegte

<210> 8

211> 20

<212> DNA

<213> Artificial

£220>
<223> Primer

<400> 8
tttggggtta ggtttggaag

210> 9

211> 23

<212> DNA

<213> Artificial

£220>
<223> Primer

400> 9
accttcttca aaataaaaca ace

210> 10

<211> 60

<212> DNA

<213> Artificial

220>
£223> Primer

<400> 10
Ccgecegecge gCegoggcggg cgggeegggg geacggggeg ttttagagtt tggpttitag

210> 11
211> 21
<212> DNA
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<213> Artificial
220>
{223> Primer

<400> 11
taacctaaat accaacacac a

210> 12

<211> 343

<212> DNA

<213> Artificial

220>

21

{223> Methylated region which is involved in expression of a promoter
of human MUC4 gene and is bisulfite—treated, showing the urasil

to which the unmethylated cytosine is converted as thymine

<400> 12
tagagtaatg ggtgtattgg tgtttttttt tttggtgesg tagtgggatey gggttgagga

gagaaaaggg tgattagtgt ggegtttigt ttttttttgt tttttttita gettttiteg
tttttttgag aaatgtattt ggtttgggtt agttgtttga ggggatgegegt ttatgtttgt
tttttatatt gtagttgttg ggttgteggag tttttttagg gagttaggeg gatttttgtt
gtag?tatga agggetatgt tggaggaggeg ttttttgggt gttttigagt tgtttgtett
tttgttittt titgtatgtg gttttaggta agtgatggag ata

<210> 13

211> 17

<212> DNA

213> Artificial

220>
<223> Primer

<400> 13
tagtgggegtg gggtiga
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<400>
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17

DNA
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Primer

14
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223>

<400>

15

60
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Artificial

Primer
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16
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Primer
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<400> 17
ggegattggt ataaagtggt aggt 24

{210> 18

211> 24

<212> DNA

<213> Artificial

220>
<2235 primer

<400> 18
aadacaaaac. aattcaaaca aaca 24

210> 19

211> 21

<212> DNA

213> Artificial

220>
<223> primer

<400> 19
gatcggtata éagcggtagg c 21

<210> 20

211> 25

<212> DNA

213> Artificial

220>
223> primer

<400> 20 )
agaacaaaac aaattcaaac aaacg 25

210> 21
<211> 26
<212> DNA



<213> Artificial

220>
<223> Primer

<400> 21
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<211> 29

<212> DNA
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<210> 23

<211> 25

<212> DNA
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220>
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<400> 23
gttgttttat tttgaagaag gttge

210> 24
211> 20
<212> DNA
<213> Artificial

{220>
<223> Primer

400> 24
cgatataaat tacgeccgaa
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25
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DNA

Artificial

Primer

25

26
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DNA
Artificial

Primer

26

27

20

DNA
Artificial

Primer

27

ggtgattage gtggegttte
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211>
212>
<213>

<220>
<223>

28

21
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Artificial

Primer
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<400> 28

cgaaccaaat acgtttctce g

<210> 29

<211> 700
<212> DNA
213

- 220>
223>

Artificial

(34)

JP 5765586 B2 2015.8.19

Methylated region which is involved in expression of a promoter
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of human MUC5AC gene and is bisulfite-treated, showing the urasil
to which the unmethylated cytosine is converted as thymine
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