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F 9 /EFIES : 3 6/CaTGAGCAATGGGTATATGCAAATGGAACTCCGGGTRCTATCAG

R 9 /BCA&S : 3 7 /ATGTCCTTGTCGATATAGGGATGAATGACCTTTCTCTCCCATATTGCAGTCG
F 1 0/m5#E= - 3 8/TTCGTTTCCGGAACTCCGEGTTGAATGCCCGGCRAACTGRAG

R 10/®MA&FS : 3 9/TCCCTTGETGTACCTCATCTACTGCGGCAGTCHCGGCACGATGGAACTA
F 1 1/85%ES : 4 0/TTCATTTCCGGAACTCCGGHTCTCCAGTTCGCCGGGCATTICA
R11/M5EZ : 4 1/TC6CTTGETGTACCTCATCTACTGCGTAGTTCCATCGTGCOGCGACTGE
F12/WFES : 4 2 /CTCCAGTTCGCCGGECATTCATTCGTTTCCGRAACTCCGEET

R 1 2/B5ES : 4 3 /TAGTTCCATCGTGCCGCGACTGCTCHCTTRGTGTACCTCATCTACTGCG
F 1 3/W5%5 : 4 4 /TCCAGTTCHCCRGRCATTGTTTCCGGAACTCOGGET

R 1 3/M5E&ES ¢ 4 5 /TAGTTCCATCGTECCGCGACTTCGCTTGGTGTACCTCATCTACTG
F14/85%FS : 4 6/ATTTGCATATACCCATTGCTCACGGGAACTCCGGGTGCTATCAG

R 14 /ME5#HS : 4 7 /TTCATCCCTATATCGACAAGGACATTGACCTTTCTCTCCCATATTGCAGT
CG

F15/55#&S: 4 8/CGTGAGCAATGGGTATATGCAAATTTCGTTTCCGGAACTCCGGGT

R 1 5/E%FHS : 4 9 /ATGTCCTTGTCGATATAGGGATGAATCGCTTRGTGTACCTCATCTACTGC
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RIGHEREE (2 6 L)

20mM Tris—IHC1 pIHS8. 8

10mM KCI

10mM (NIH4) 2504

4mM MgS504

0. 8M Betaine

0. 1% Triton X—-100

0. 4mM dNTP

838U Bst DNARUAZ—E (NEW ENGLAND B

ioLabs)
0. 25pg-ml EtBr
754<—: 800nM Inner F 400nM Loo
p F
800nM Inner R 400nM Loo
P R

200nM Outer F
200nM QOuter R

0000000000000 00000000000000000
A DNA 3 (BFIHES : 50)

B’ ~GCTCACTGTTCAGGCCGGAGCCACAGACCGCCETTGAATGRGCGGATGCTAATTACTATCTCCCGAAAG
AATCCGCATACCAGGAAGGGCGCTGGGAAACACTGCCCTTTCAGCGGGCCATCATGAATGCGATGGGCAGCG
ACTACATCCG-3

InnerF_WT (E25%HE5 : 5 1) TGETATGCGGATTCTTTCGGGAGGCTCACTGTTCAGGCCGGAG
InnerR_WT (WEH[#HS : 5 2) AGGAAGGGCGCTGGGAAACACTCGGATGTAGTCGCTGCCCATC
Imnerf MT (ME#IES ; 5 3) AGGTATGCGGATTCTTTCGGGAGGCTCACTGTTCAGGCCGGAG
InnerR MT (EC#[%ES : 5 4) TGGAAGEGCGCTGGRAAACACTCGGATGTAGTCGCTGOCCATC
OuterF (BEXUES : 5 5) AACAGGCTGCGGCATTTTGTC

OuterR (Ec%I%E%5 : 5 6) GGCAGACTTCACCACATTCACCTC
LoopF (EEHI#HS : 5 7) GAGATAGTAATTAGCATCCGCC

LoopR (B2%]Z5 : 5 8) CACTGCCCTTTCAGCGGGCCAT

Loopf_WT (W2#3%+5 : 5 9) TGETATGCGGATTCTTTCGGGAGGAGATAGTAATTAGCATCCGCC
LoopR_WT (Et%|&ES : 6 0) AGGAAGGGCGCTGGGAAACACTCACTGCCCTTTCAGCGGGCCAT
LoopF_MT (Wd%&ES : 6 1) AGGTATGCGGATTCTTTCGGGAGGAGATAGTAATTAGCATCCGCE
Loopk MT (HEFIES : 6 2) TGEAAGGGCGCTGOGAAACACTCACTGCCCTTTCAGCGGGCCAT
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120>

{1302

{140>

<141>

<150%

151>

<1602

<170>

{210>

<2115

212>

213>

<400>

(41)
SEQUENCE LISTING

EIKEN KAGAKU KABUSHIKI KAISHA

A Method Ffor Synthesizing of Polynucleotide

E2-A0005P

JP 2000-283862

2000-09-19

PatentIn Ver. 2.1

I
245
DNA

Bacteriophage lambda

1
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ggettggete tgotaacacg tigetcatag gagatatget apgagccgeag acacgtegta 60

tgcaggaacg tgetgegget ggetgptgaa ctteccgatag Tgegeptett gaatgattte 120



(42) JP 4918210 B2 2012.

cagttgetac egattitaca tattttttege atgagagaat ttgtaccace teccacegac 180

catctatgac tgtacgecac tgtecctage actgetatet gecgeagege acattacaaa 240

cgtee

210> 2
<211> 46
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 2
cagccagecg cagecacgtte geteatagga gatatggtag agecge

210> 3
<211> 51
<212> DNA

<213> Artifieial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

245

46

4.

18

10

20

30

40



(43) JP 4918210 B2 2012.4.18

400> 3

gagagaattt gtaccaccte ccaccgggea catageagte ctaggsacag t

210> 4
<211> 22
<212> DNA

<213> Artificial Sequence

<220>
<223> Deseription of Artificial Sequence:an artificially

synthesized primer sequence

<400> 4
ggetiggete tgetaacacg tt

<210> b
211> 22
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Seguence:an artificially

synthesized primer sequence

al
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<400> 5
ggacgtitet aatgtecget ce

<210> 6
211> 17
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 6
ctgeatacga cgtgict

<210> 7
211> 17
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence
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<400> 7

agacacgltcg tatgcag

<210> 8
211> 20
<212> DNA

<213> Artifieial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> &

accatctatg actgtacgee

<210> §
<211> 20
<212> DNA

<213> Artificial Sequence

<2205
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence
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<400> 9

ggegtacagt catagatggt

<210> 10
<211> 16
<212> DNA

<213> Artificial Sequence

220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 10
tgeatacgac gtgtet

<210> 11
<211> 15
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence
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<400> 11

geatacgacg fgtet

<210> 12
<211> 19
<212> DNA

<213> Artifiecial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 12

ccatctatga clgtacgee

<210> 13
<211> 18
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence
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<400> 13

catctatgac tgtacgee 18

<210> 14

<211> 351

<212> DNA

<213> Bacteriophage lambda

<400> 14

cctgecteca aacgataccet gttagcaata tttaataget {gaaatgaleg aagagctetg 60
tgtttgtett cetgeeteea gttegecgge cattcaacat aaaaactgat agcaccegga 120
gttceggaaa cgaaatttee atatacccat tgeteacgaa aaaaaatgte cttgtegata 180
tagggatgaa tegettgete tacctecatet actgegaamaa cttgacettt ctetceccata 240
ttgcagtege gecacgatge aactaaatta ataggeatca cecgaaaattc aggataatgt 300

gecaatageaa gaasatgate tatatttitt gtetgtecta tatcaccaca a 351

<210> 15
211> 48
<212> DNA

<213> Artificial Sequence

<220>

<223> Deseription of Artificial Sequence:an artificially

10
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40
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synthesized primer sequence

<400> 15
cgtgageaal gggtatatge aaatagaget ctgigttigt ctteelge

<210> 16
<211> 49
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 16

atgtecttet cgatatagee afgaageaca ttatcetgaa tttieggte

<210> 17
211> 20
<212> DNA

<213> Aftificial Sequence

220>

<223> Description of Artificial Sequence:an artificially

48
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synthesized primer sequence

<400> 17

cctgecteca aacgataccet

<210> 18
<211> 22
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 18
ttgtegteat ataggacaga ca

<210> 19
<211> 20
<212> DNA

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence:an artificially

20

22

10

20

30

40



(51) JP 4918210 B2 2012.4.18

synthesized primer sequence

<400> 19
gegaactccgg gtgetateag

<210> 20
211> 27
<212> DNA

<213> Artificial Sequence

220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 20

tgacetttet cteccatatt geagteg

<210> 21
211> 17
<212> DNA

<213> Artificial Sequence

220>

<223> Description of Artificial Sequence:an artificially

20

27
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synthesized primer sequence

<400> 21

ceggegaact ggaggca

<210> 22
211> 27
<212> DNA

<213> Artificial Sequence

<220>
<223> Deseription of Artificial Sequence:an artificially

synthesized primer sequence

<400> 22

cgatgeaact aaattaatag geateac

<210> 23
<211> 20
<212> DNA

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence:an artificially

17
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synthesized primer sequence

<400> 23

aatticgttit ecggaactce

<210> 24
211> 27
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 24

gaatcgette gtetacetea tetactg

210> 25
211> 25
<212> DNA

<213> Artificial Sequence

220>

<223> Description of Artificial Sequence:an artificially

20
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synthesized primer sequence

<400> 26
atatgcaaat ttcgtttcceg gaact

<210> 26
211> 2h
<212> DNA

<213> Artificial Sequence

220>
<223> Description of Artificial Sequence:an artifiecially

synthesized primer sequence

<400> 26
tagggategaa tcgettgegteg tacet

<210> 27
211> 24
<212> DNA

<213> Artificial Sequence

220>

<223> Description of Artificial Sequence:an artificially

25
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synthesized primer sequence

<400> 27

cgtgagcaat gggtatatge aaat 24

<210> 28
211> 25
<212> DNA

<213> Artificial Sequence

<Z220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 28
atgtectisl cgatataggg atgaa 25

<210> 2%
<211> 264
<212> DNA

<213> Homo sapiens

<400> 29
ctggtagaag lgagtttligg atagtaaaat aagtttcgaa ctetggcace tttcaatttt 60
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gtegeactet cettgttttt gacaatgeaa tcatatgett ctgetatgtt aagegtattc 120

aacagegatg attacagtce agetgtgeaa gagaatattc cegetetecg gagaagetet 180

tecttecttt geactgaaag ctgtaactet aagtatcagt glgaaacggeg agaaaacagt 240

aaaggeaacg tccaggétag agte

<210> 30
<211> 57
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 30
geatatgatt geattgtcaa aaacaaggag aataagtttc gaactetgge acctite

<210> 31
<211> 55
<212> DNA

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence:an artificially

264
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synthesized primer sequence

<400> 31
gagaagetet tecticettt geactgaatt tactstttic tecegtiica cacte

<210> 32
<211> 25
<212> DNA

<213> Artificial Sequence

<220>
<223> Deseription of Artificial Sequence:an artificially

synthesized primer sequence

<400> 32

ctgetagaag tgagttttge atagt

<210> 33
211> 21
<212> DNA

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence:an artificially

25
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synthesized primer sequence

<400> 33
cactetatee tggacgtige ¢

<210> 34
211> 14
<212> DNA

<213> Artificial Sequence

220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 34

agtgcgacaa aatt

<210> 35
<211> 18
<212> DNA

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence:an artificially

21
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synthesized primer sequence

<400> 35

agetgtaact ctaagtat

<210> 36
211> 44
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 36

ceteageaat gggtatatege aaatggaact cogggtecta teag

210> 37
<211> 52
<212> DNA

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence:an artificially
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synthesized primer sequence

<400> 37
ategtcettegt cgatatagegg atgaatgace ttteteteee atattezcagt cg

<210> 38
211> 42
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 38

ttegtticeg gaactecgeg ttgaatgece ggegaactgg ag

<210> 39
<211> 49
<212> DNA

<213> Artificial Sequence

220>

<223> Deseription of Artificial Sequence:an artificially

42

10

20

30

40



(61) JP 4918210 B2 2012.4.18

synthesized primer sequence

<400> 39
tegettgets taccteatet actgeggeag tegeggeacg aiggaactia

<210> 40
211> 42
<212> DNA

<213> Artificial Sequence

<Z20>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 49
ttegtiteeg gaactecgeg {etecagitc geegggeatl ca

<210> 41
<211> 49
<212> DNA

<213> Artificial Sequence

220>

<223> Description of Artificial Sequence:an artificially

49
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synthesized primer sequence

<400> 41
tegettegte taccteatet actgcgtagt tecategtge cgegactge

<210> 42
211> 42
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 42

ctecagticg ceggeeatte attegtttec ggaacteegg gt

<210> 43
<211> 49
<212> DNA

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence:an artificially

49
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synthesized primer sequence

<400> 43

tagttcecale gtgeegegae tgctegettg gtegtacctea tetactgeg

<210> 44
211> 36
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 44
tecagttege cgegeattgt ticeggaact cegget

<210> 45
211> 46
<212> DNA

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence:an artificially

49
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synthesized primer sequence

<400> 45
tagttccate gtgeegegae ttegettget gtacctcate tactg

<210> 46
Q211> 44
<212> DNA

<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 46

attigeatat acccattget cacgggaact ccgggtecta feag

<210> 47
<211> 52
<212> DNA

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence:an artificially

45
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synthesized primer sequence

<400> 47
ticatcecta tatcgacaag gacattgace titecteteee atattgeast cg

210> 48
<211> 4h
<212> DNA

<Z213> Artificial Sequence

<220>
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence

<400> 48
cgtgageaal ggetatatge aaatitegtt teccggaacte cgget

<210> 49
<211> 51
<212> DNA

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence:an artificially

45
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synthesized primer sequence

<400> 49
atgtcettgt cgatatagegg atgaateget tggtgtacet catctactee g 51

<210> 50
<211> 151
<212> DNA

<213> Bacteriophage lambda

<400> 50
getecactgtt caggecggag ccacagaceg cegtigaaty ggegeatget aattactate 60
tcccgaaaga atccgeatac caggaaggge getgggaaac actgeecttt cagegeeeea 120

tcatgaatge gatgggcage gactacatee g 151

<210> 51
<211> 43
<212> DNA

<213> Artificial Sequence

220>
<223> Description of Artificial Sequence;an artificially

synthesized primer sequence

18

10

20

30

40



(67) JP 4918210 B2 2012.4.18

<400> 51
tggtatgeeg attctitcgg gaggeteact gttecaggeeg gag

<210> 52
211> 43
<212> DNA

<213> Artificial Sequence

<220
<223> Description of Artificial Sequence:an artificially

synthesized primer sequence
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