<110>
- <120>
- <130>

<150>
<151>

<160> 35
<170>
<210> 1
<211>

<212>
<213>

DNA

- <220>

<223>

<400> 1 -
ttaacccttt

acaaaatttc
atttgtttct
aatttgaaaa
agtggtgaaa
taagacgtat
gaégaatatt
aatattcctt
. ttggtgtggt
acttagagat
agagtctga&
acagcgaatt
atcgttatcg
acttgtaata
acatgtgcecg
tgtaaaaggt
tagéacagga
tggggttgga
agagtcagaa
tgatattagg
accatctaat

attaattatc

2939

‘tgcagttaga

tatttgcaat.

gattttattt
ctagcggttt
aaaggtaagt
tttttatgta
ccctctaacc
tattatgttt
ttttgcatgg
gacgatattg
gacggcgaag
ttaggggatt
cctcaactat
cctccaccta
caaccagctg
agaggacgag
cgagaagctg
gataaagaca
gcaagcgatt
ccacagctté
gccaggccta

acagagacta

98695G2503_ST25. txt

SEQUENCE LISTING

PatentIn version 3.5

Artificial sequence

PLE-wu transposon sequence

gggaatattt ttcccaccaa
tttatttttc gacctgacaa
gacattgaca gattcaattt
tttgtacttc gagagaaatc
tcttctagat gttgtgettt
tctgccacga attttcatat
gtgaagtatc cgctttctac
acggtacctg tttttattgc
cttttgtttt tttatttgca
agaaggagtt gaatggtatg
aatcagaaga cgatgacgtt
tagaagaacc agaccttcga
caacatcatc tgatgcggag
ctgtgataga agctgttgcg
tactactgcc fgctgagcct
gagctaggat ggaacgtgga
gggacgtgga

cgaagataat

gaactagaat
gcgattcatc
ctgacagaga tgaagaagag
agtcctttga tagtgttcca
tccgatattt tgaaaaattt

acagatatgc‘atgtcaaaac

Page 1

Agency For Science, Techno1dgy_and‘Research (s6)
A new trasposon for genome manipulation
9869592504 ‘

SG 201304405-2
2013-06-06

taaaaaccaa
cattaacgta

tttttcaaag

ggtacatatc.

tgaatgtttt

atgtcgattt

taatacgtaa
ttgcggettt
gattgagtga
ttcggtttgt
ccgtacaatg
tctactgcaa
atcccatgeg

tctacgtctg

cctatttcac

tccggaacgg
gcfagaacga
acgccaccag
tggaaaaaaa
atgactccga
tttactcaag

aacgtaatag

PCT/SG2014/000261

taéaaaagga
acattatgac
tcttgaggtg
tttgcaatag
ttcatagata
tttttggtgg
ggttagagaa
ttctcggggce
aaatgaaaat
cagaaccgga
fcactaagtt
caattcgagc
gtgagccttt
cagtgccatt
gtaagttgcc
gacgtagatt
ggctaggaag
tétcagaagc
ccttgtggac
cacgcgtgtt
aagtttttga
gctggaccat

60
120
180
240
300
360
420
480
540
600
660
720
780
840
900
960

1020 -

1080
1140
1200
1260

1320



actagacata
tttacctéct
ttccaccatg
ttctaaacaa
“attgacgctt
~agatgaatca
gccaataaaa
cgaatttgat
agtggtcaaa
taattttttt
cggtactgfa
aaaactaaca
gcaagataca
atctctaccc
gaaagaatat
ctcagtgggg
~ ctgcatcaca
cctagagtat
tcgtgctgaa
aaaggcaétt
aaatgatata
atctaagatc
ttttcacaaa
. ttgtgtgatt
aatcatacta
aaaaaaaaag
- aaatccgaaa
.

708
PRT

<210>
<211>
<212>
<213>

<220>
<223>

<400> 2

aaggaattga
ttcgaattgt

acattccgaa

cctgccagac
ataaacacct
atgattcttt
aggggtttca

atatacaccg

aagttaacag

tgcagttatg

cgcaggcaaa

aaagggcagt

aaagaagtct
aggaaéggaa
acaaaaagaa
cgaaggagca
aattcttttt

cgtgtcgcetc

ggcgtcaatt

cacatcgttg

ccgtcttatc
aégtgtagca
caagtttaat
gaaataaagt
caatttcatt
tttaaaaaaa

accaaatctt

98695G2503_ST25. txt

aggctttect
attggtcatc
gattcaagca
ttagccccga
cttttcaaga
tcaéaggaag
aggtatggtg
gaagagatgg
aaaaattgaa
atatcatgaa
gagcagactt
acaaatggag
tatttatgac
gagacggttc
tgggtggagt
aacggtggtg

tactccaggg

tagccagagg
acgtcgtaag

caccggaaat

aaagatgccg
aatgtggagt
tttcttttat
tattatgtga
actctcaaac
attgaatctc

tctatctcat

Artificial sequence

aggtatattg
ggatcccgéa
aattttacgt
gtatgataag

aaatgcgcac

gtctacattg

ccgctgtgat
tgacagagta

aggaatggcg

attattatgg
tttagagttg
tgtttgcatc
ctattcaaaa
aactcttcct
aagcaataca
agtataactg
gaagacaatt

gcagtgcatg

ttatctacat gtaaatggta

accgaaactt
agtgaaggag
caatgctttc
caagacagat
agatcacttt
gcttcgcata
aaagaatgcg
acttattggt
aaaaaaagtt
tcgettttee
atattgcagc
accgttatgt
ttttgtttct
gatttatgtt
aggtagaggg
aatttttatt

ctagatcctt

gtgaaaagta
aacgtggctt
catcccaagg
gtaaggtgtc
gatcacatca
ttttatttta
aatgcaacca
tgtttttctt
gctgtatctg
aacgttggtg
actaaggcaa
ataacaccat
attttcttat
gtttttttag
aatattctta
ttaggcatct

ataaccgtta

PLE-wu transposase amino acid sequence

'PCT/SG2014/000261

gatacaatat
acgaaatagc

taaatgataa

ttcgecegtt

ctcagtcaat

tgcctatgaa

gttatctgta

taggaggaaa
ttacatttga
tttctgcgag
aaaaaaaact
ttgtaatctg
acaatgaaac
ctgcagtagt
aagggacata
tttttgatgce
aattgtccaa
cccgaaaacg

aaaattatca

atcacatgcc

aagataagcg

gcttttcgaa

tggtattcaa

tttgttgaaa

ccaccaatta .

tatgtaacac

aagggttaa

 Met Lys Ile Leu érg Asp Asp Asp Ile ggu Lys Glu Leu Asn g}y Met
1

Page 2

1380
1440
1500
1560
1620
1680
1740
1800
1860
1920
1980
2040
2100
2160
2220
2280
2340
2400
2460
2520
2580
2640
2700

- 2760

2820
2880
2939



Phe
Asp
Asp
.,Leu
65
Glu
Ser
Pro
Arg
Thr
145
Leu
Thr
Asp
Leu
Ser
225

val

Asn

"~ Leu

Gly

ASp

Leu

50

ser

Pro

Thr

Ala

Gly

Gly

Gly

Pro

Glu

Glu

210

Asn
Phe

val

Gly

Leu
AsSp
35"

Glu
Pro
Leu
Ser
Glu
115
Ala
Arg
Ser

Pro

Glu

195

Ser
Ala
¢1u
Ile

Ile

ser
20

val

Glu_

Gln
Leu
Ala
100
Pro
Arg
Glu

Gly

Glu
Pro
Pro
Leu
val
85

val
Pfo
Met
Ala

val

Pro
Tyr
ASp

ser
70

ITe.

Pro
Ile

Glu

Gly

165

val
180
Glu
Phe

Arg

Leu

275

Ser

Trp -

Asp
Pro

Ile

Glu

Lys
Ser

Ile

230

Ile

245

Trp

Ile

Thr

Ile

Glu

Asn

Leu

55

Thr
Pro
Leu

Ser

Asp
Ala
Lys
val

215

Arg

THE

Ile

Met

~ 98695G2503._ST25. txt
Glu Ser Glu Asp

val

40

Arg

Ser

Pro

His

Arg

Gly

Arg

Lys

Glu

Thr

25

Thr
Sef
Ser
Pro
val
105
Lys
Ser
Met

Asp

Ser
185

Leu

200 -

Pro-

Tyr

Glu

Leu

Met

Phe

Thr

265

Tyr

Lys Leu
Thr Ala

Asp. Ala
75

Thr val
90

Pro Gln
Leu Pro
Gly Thr
Gly Arg
Ser Asp
170

Glu Ala
Trp Thr
Thr Pro
Glu Lys
Asn Arg
250

Ile Lys

Asn Ile

Gly
Gln
Thr
60

Glu
Ile
Pro
val
Gly
Gly
ser
Ser

Asp

Thr
220

Phe

Tyr

Glu

Leu

Page 3

Glu
Arg
45

Ile
Ile
Glu
Ala
Lys
125
Arg
Ala
Ser
Asp
Ile
205

Arg

Phe

Ala

Leu

Pro
285

Glu
30

Arg

Pro

Ala.

val

110

Gly

Arg

Arg

Glu

ser
190

Arg

val
fhr
Cys
Lys
270

Thr

Ser

Leu

Ala

Cys

val
95

Leu
Arg
Phe
Thr
Asp
Asp
Pro
Leu
Gln
Gln
255

Ala

Phe

PCT/SG2014/000261

Glu

Gly

Ser
Gly -
80
Ala
Leu.

Gly

Arg

Arg
Gln
Pro
Glu
240
ASh

Phe

Glu -



Leu
Thr
305
ASn
Leu
Glu
Leu
1le
385
Tyr
Glu
Lys
Tyr
Thr,
465
Lys
Asn
Thr

Gly

Glu
545

TYyr
290

Met

Asp .

Phe
Asn
Phe
370
Lys
Leu
Asp
Gly

Asp

val

Lys

val

Asn

Trp Ser Ser Asp
| - 295

Thr
Asn
Lys
Ala
355
Lys
Arg
TYyr
ASn
Met
435
Ile
Arg

Leu

Ala

‘Ala

515

Asp

Thr

Phe
Ser
Ile
340
His

Gly

Gly

'G1u

Leu

Arg

Asn

‘Arg

Phe

Phe

405

Gly

420

Ala
Met
Arg
Lys
Phe
500
Phe

Gly

Lys

Ala
Asnh
GlIn

Leu
485

val

His:

Ser

Arg

“Pro

Ser
ser
Lys
390
Asp
Gly
val
Tyr
Arg
Thr
Ile
Pro

Lys

Met
550

Pro

Phe

Pro

Leu
Ser
Thr
375
val
Ile
Lys
His
Leu
455
Ala

Lys

Trp

Lys

Thr
535

Gly

Lys
Ala
Leu
Ser
360
Leu
Trp
Tyr
val
val
440
His
Asp
Gly
Gln
520

Asp

Gly

98695G2503_ST25. txt
Glu Phe Arg val Asp Glu

Gln
Arg
Thr
345
Gln
Lys
Cys
Thr
val
425
Thr
val
Leu
Gln
505
Asn

val

Ile
Leu
330
Leu
Ser
GIn

Arg

Lys
Phe
Asn
Pro
Tyr

490

Thr

Glu

Arg

Leu
315
Ser
Ile
Ile
Tyr

cys

395

_Ar‘g

Lys

ASp

Gly

Lys

Lys

Thr

Cys

val Asp His

Page 4

555

300

Arg

Pro

Asn

Asp

Cys

Glu

-Thr

Glu

- 365

Met

380

AsSp

ASp

Leu

Asn

Ile

460

Leu

Trp

Glu

Ser

Pro

540

Phe

Pro

‘Ser

Gly

Thr

Phe "

445

Ser

val

Arg

val

Leu
525

ATa

Asp

Ile
Leu
Tyr

ser
350

Ser.

Met
Ile
ASp
Glu
430
Phe
Ala
Lys

val

Leu

510.

Pro

val

His

Ala

His

PCT/SG2014/000261

Ser

Leu

320

Asp
335
Phe
Met
Lys

Thr

Lys
Cys

ser

Ser

Arg
val

Ile

Lys
Gln
Ile

Pro

Leu
Ser

Gly

Met
Lys
Lys

Lys



G1y‘Thr Tyr

- Pphe Tyr phe

Gly Lys Asn

- 595

Leu Ala
610

Ala

Ala Glu

625

Gly

Asn Tyr GlIn

Asn val Gly

Arg Tyr

“Ser Lys

690

Cys

His’ Gln

Lys
705

<210> 3

<211> 2166
<212> DNA
<213>

<220>
<223>

<400> 3
atgaaaatac

gaaccggaag
actaagttac
attcgagcat
gagcctttac
gtgccattac
aagttgcctg
cgtagattta

ctaggaagtg

val
565

Ser

Ile Phe

580

Ala Asn

Arg Gly

val Asn

Gly

Asp

Ala

Leu

Tyr

98695G2503._ST25.txt

Arg
Ala Cys

Thr-

Ile
615

Gly

val val

630

Ala
645

Lys

Asp His

660

ser Thr

val

Gly

val

=

ttagagatga
agtctgaaga

agcgaatttt

cgttatcgec

ttgtaatacc
atgtgccgea
taaaaggtag
gaacaggacg

gggttggaga

Ile

Met

Lys

Pro

His Ile

Pro Asn
Ala

Lys

Leu
695

Cys

Artificial sequence

cgatattgag
cggcgaagaa
aggggattta

tcaactatca

tccacctact

accagctgta
aggacgagga
agaagctgga

taaagacagc

Arg Ser
Ile
585
Leu
Cys
Arg
val
Asp

Asp

Ile

Lys Arg
570

Thr Asn

ser Asn

Phe Ser

Lys

Ala
650"

Ile Pro

Lys Arg

Thr Pro

aaggagttga
tcagaagacg
gaagaaccag
acatcatctg
gtgatagaag
ctactgcectg
gctaggatgg
actagaatgg
gattcatccg

Pége 5

Trp Trp Leu

Phe Leu

590

Ser

Glu
605

Leu Tyr

ser
620

Arg Lys

val Ala val

Glu Ile Arg

Gln
670

ser Tyr

Ser Ile

Cys Ser

700

PLE~wu<transposase'nuc1eotide sequence

atggtatgtt
atgacgttcc
accttcgatc
atgcggagat
ctgttgcgtc
ctgagcctcce
aacgtggatc
gacgtggagc

aagataatac

PCT/SG2014/000261

Arg I1é
575

Leu
Arg val
Arg Arg

Glu
- 640

ser

Phe
655

ser

Arg Cys

Lys Cys

Asn Phe

cggtttgtca
gtacaatgtc
tactgcaaca

cccatgcggt

tacgtctgea.

tatttcacgt
cggaacggga
tagaacgagg

gccaccagta

60
120
180
240
300
360
420
480
540



tcagaagcag
ttgtggactg
cgcgtgttac
gtttttgaat
tggaccatac
tacaatattt
gaaatagctt
aatgataatt
cgcccgttat
cagtcaatag
cctatgaagc
tatctgtacg
ggaggaaaag
acatttgata
tctgcgageg
aaaaaactaa
gtaatctggc
aatgaaacat
gcagtagtga
gggacatact
tftgatgcct
ttgtccaacc
cgaaaacgtc
aattatcaaa
cacatgccaa
gataagcgat
ttttcgaatt
gtattc
<210>
<211>
<212>
<213>

<220>
<223>

<400> 4

4
379
DNA

PLE-wu 5'

agtcagaagc
atattaggcc
catctaatgc
taattatcac
tagacataaa
tacctacttt
ccacéatgac
ctaaacaacc
tgacgcttat
atgaatcaat
caataaaaag
aatttgatat
tggtcaaaaa
attttttttg
gtactgtacg
aactaacaaa
aagatacaaa
ctctacccag
aagaatatac
cagtggggcg
gcatcacaaa
tagagtatcg
gtgctgaagg
aggcaattca
atgatatacc
ctaagatcaa

ttcacaaaca

end

9869SG2503_ST25. txt

aagcgattct

acagcttgag

caggcctatc

agagactaac
ggaattgaag
cgaattgtat
attccgaaga
tgccagactt
aaacacctct
gattctfttc
gggtttcaag
atacaccgga
gttaacagaa
cagttatgat
caggcaaaga
agggcagtac
agaagtctta
gaaaggaaga
aaaaagaatg
aaggagcaaa
ttctttttta
tgtcgctcta

cgtcaattac

‘catcgttgea

gtcttatcaa
gtgtagcaaa

agtttaattt

Artificial sequence

gacagagatg
tcctttgata
cgatattttg
agatatgcat
gctttcctag
tggtcatcgg
ttcaagcaaa
agccccgagt
tttcaagaaa
aaaggaaggt
gtatggtgcc
agagatggtg
aaattgaaag
atcatgaatt
gcagacttac
aaatggagag
tttatgacca
gacggttcca
ggtggagtag
cggtggtggc
ctccagggaa
gccagaggac
gtcgtaagaa
ccggaaattc
agatgccgat
tgtggagtac

tcttttattt

aagaagagtg
gtgttccaat

daaaattttt

gtcaaaacaa
gtatattgat
atcccgaatt
ttttacgttg
atgataagct
atgcgcacaa
ctacattgaa
gctgtgatag
acagagtaga
gaatggcggce
atctacatgt

‘cgaaacttgt

tgaaggagaa
atgctttcca
agacagatgt
atcactttga
ttcgcatatt
agaatgcgaa
ttattggttg
aaaaagttgc
gcttttccaa
attgcagcac
cgttatgtat

ttgtttctat

PCT/SG2014/000261

gaaaaaaacc
gactccgaca

tactcaagaa

cgtaataggc\

tattatggga
tagagttgac
tttgcatcta
attcaaaatt
ctcttectet
gcaatacatg
tataactggt
agacaattta
agtgcatgtt
aaatggtatt
gaaaagtaaa
cgtggetttt
tcccaaggac
aaggtgtcct

tcacatcaaa

ttattttatt,

tgcaaccaaa
tttttcttcce
tgtatctgaa
cgttggtgat
taaggcaaaa
aacaccatgc

tttcttattg

ttaacccttt tgcagttaga gggaatattt ttcccaccaa taaaaaccaa taaaaaagga

Page 6

600
660
720
780
840
900
960
1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620

- 1680 ¢

1740
1800
1860
1920

11980

2040
2100 -
2160
2166

60



PCT/SG2014/000261

98695G2503_5ST25. txt

‘acaaaatttc tatttgcaat tttatttttc gacctgacaa cattaacgta acattatgac 120
atttgtttct gattttattt gaéattgaca gattcaattt tttttcaaag tcttgaggtg - 180
aatttgaaaa ctagcggttt tttgtacttc gagagaaatc ggtacatatc tttgcaatag 240
agtggtgaaa aaaggtaagt tcttctagat gttgtgcttt tgaatgtttt ttcatagata 300
taagacgtat tttttatgta tctgccacga attttcatat atgtcgattt'tttttggtgg- 360
gaagaatatt ccctctaac : o : 379
<210> 5
<211> 148
<212> DNA
<213> Artificial sequence
<220> | |
<223> PLE-wu 3' end _
<400> 5 » .
ggtagaggga atattcttac caccaattaa aaaaaaaagt ttaaaaaaaa ttgaatctca 60
atttttattt taggcatctt atgtaacaca aatccgaaaa ccaaatcttt ctatctcatc 120
tagatcctta taaccgttaa agggttaa : : , - 148
<210> 6
<211> 27
<212> DNA ‘
<213> Artificial sequence .
<220> i : :
<223> Forward primer for amplifying PLE-wu transposon
<400>. © .
gcggaattcg caacagagcg tcgcgag » ‘ 27
<210> 7
<211> 29
<212> DNA .
<213> Artificial sequence
<220>
<223> Reverse primer for amplifying PLE-wu transposon
<400> 7 ' ' :
gcggaattca gcggagcaaa agctgttac : 29
<210> 8
<211> 37
<212> DNA
- <213> Artificial sequence
<220> )
<223> Forward primer for amplifying 708-residue PLE-wu transposase
<400> 8 . _ : ,
cgcgaattcg ccaccatgaa aatacttaga gatgacg . ‘ 37
<210> 9
<211> 37

<212> DNA _
_ ' Page 7



PCT/SG2014/000261

, - _ , 9869SG2503_ST25. txt
<213> vArt1ficiaI sequence '

<220> ' _ »

<223> Reverse primer for amp]ifying 708-residue PLE-wu transposase

<400> 9 | | 5
cgcgaattcg ccaccatgaa aatacttaga gatgacg _ : v : 37
<210> 10

<211> 29

<212> DNA :

<213> Artificial sequence

<2200 o

<223> Forward primer for amplifying Full-5' end of PLE-wu

<400> 10 .

gctgaattca acacgcgact cttttegtc ) : 29
<210> 11

<211> 27 -

<212> DNA

<213> Artificial sequence

<220> S ‘ o

<223> Reverse primer for amplifying Full-5' end of PLE-wu (1)

<400> 11 - o

gcgactagta gaaagcggat acttcac : _ 27
- <210> 12

<211> 32

<212> DNA

<213> Artificial sequence

<220> . _

<223> Forward primer for amplifying Full-3' end of PLE-wu

<400>. 12 .

‘gcgacgegta ttggtattca attgtgtgat tg . 32
<210> 13

<211> 29

<212> DNA ‘ o '

<213> Artificial sequence

<220> - ‘

<223> Reverse primer for amplifying Full-3' end of PLE-wu

<400> 13 : | |

gctgaattca agaatggcaa accaagtcg 29
<210> 14

<211> 29

<212> DNA

<213> Artificial sequence

<220> . . ’

<223> Forward primer for checking for excision of PLE-wu (P1)

<400> 14 :

cgcctcgagg acgtctggea agaatcaca : 29

Page 8
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98695G2503_ST25. txt

<210> 15
<211> 29
- <212> DNA v

<213> Artificial sequence

220> e - | |

<223> Reverse primer for checking for excision of PLE-wu (P2)

<400> 15 - |

cgcaagcttc acgacagcag gctgaataa. _ ' ‘ _ 29
<210> 16

<211> 20

<212> DNA

<213> Artificial sequence

©<220> : '

<223> Forward primer for checking for excision of PLE-wu (P3).

<400> 16 .

gaaccgtcag atccgctagt : : 20
<210> 17

<211> 20

<212> DNA ’

<213> Artificial sequence

<220> - _

<223> Reverse primer for checking for ‘excision of PLE-wu (P4)

<400> 17 o

gaacttcagg gtcagcttgc , : 20
<210> 18

<211> 35

<212>. - DNA o

<213> Artificial sequence

<220> . o .

<223> Forward primer for amplifying 576-residue transposase

<400> 18 . ’ C

cgcgaattcg ccaccatgga acgtggatcc ggaac ' 35
<210> 19

<211> 32

<212> DNA

<213> Artificial sequence

<220> - ) o ) ,

<223> Reverse primer for amplifying 576-residue transposase

<400> 19 | o
gcggaattct taaacttgtt tgtgaaaatt cg . 32
<210> 20

<211> 30

<212> DNA~

<213> Artificial sequence

<220> L ‘ ,

<223> Reverse primer for amplifying Full-5' end of PLE-wu (2)

page 9



<4005

PCT/SG2014/000261

98695G2503_ST25 . txt

20

gcgacgcgta gtagaaagcg gatacttcac

<210>

<211> -

<212>
<213>

<220>
<223>

<400>

21

29
DNA
Artificial sequence

‘Forward -primer for amplifying deleted- 5' end of PLE-wu (i.e.

short PLE- wu/short Tpase)-
21 -

gcgacgcgtt acgttaatgt tgtcaggtc

<210>

22

<211> 31

<212> DNA

<213> Artificial sequence

<220> ) .

<223> Forward primer for amplifying de1eted 3' end of PLE -wu (i.e.
short PLE-wu/short Tpase)

<400> 22

gcgacgcgtg catcttatgt aacacaaatc ¢

<210> 23

<211> 20

<212> DNA

<213> Artificial sequence

<220>

<223> Reverse primer for amp11fy1ng 3’ end of PLE-wu and its nearby

_ chromosome region

<400> 23 |

tgaacccacc acatttcaga

<210>

<211>

<212>

<213>-

<220>
<223>

<400>-

24
112
DNA

-Artificial sequence

5' end of short/ truncated PLE-wu transposon

24

ttaacccttt tgcagttaga gggaatattt ttcccaccaa taaaaaccaa taaaaaagga

acaaaatttc tatttgcaat tttatttttc gacctgacaa cattaacgta ac

<210>

<211>

<212>
- <213>

<220>
<223>

- <400>

25
74
DNA ’
Artificial sequence

3' end of truncated / short PLE-wu transposon

25

catcttatgt aacacaaatc cgaaaaccaa atctttctat ctcatctaga tccttataac

page 10

30

- 29

31

20

60
112

60



PCT/SG2014/000261

, 98695G2503_ST25. txt
cgttaaaggg ttaa ._ | . 74

<210> 26
<211> 21
<213> Artificial sequence

<220> . :
<223> Forward primer for amplifying 3'end of PLE-wu and its nearby
~ chromosome region '

- <400> 26 . . ' .
. -cacaaatccg aaaaccaaat c - 21

<210> 27

<211> 576

<212> PRT .

<213> Artificial sequence

. <220>

<223> PLE-wu short transposase

<400> 27

met.Glu Arg Gly-Ser Gly Thr Gly Arg Arg Phe Arg Thr Gly Arg Glu
1 '

Ala Gly Thr Agg'Met Gly Arg Gly éga'Arg Thr Arg Leu g1y ser Gly
2 0

val Gly Asp Lys Asp Ser Asp sgr Ser Glu Asp Asn Thr Pro Pro val
- 35 ' -4 , . 45

Ser'ggu Ala Glu ser Glu ?}a Ser Asp Ser Asp egg Asp Glu Glu Glu

Trp Lys Lys Thr Leu Trp Thr Asp Ile Arg Pro GIn Leu Glu Ser Phe
65 ' - 70 75 80

Asp Ser val pro Met Thr Pro Thr Arg ga1 Leu Pro Ser Asn Ala Arg
85 0. 95

HPrb ITe Arg Tyr Phe Glu Lys Phe Phe Thr G1n Glu val phe Glu Leu
' 100 105 110 -

ITe ITe Thr Glu Thr Asn Arg Tyr Ala Cys GIn Asn Asn val ITe Gly
: 115 120 - 125 ‘

Trp Thr Ile Leu Asp Ile Lys Glu Leu Lys Ala Phe Leu Gly ITle Leu
130 135 ' 140

ITe I1e Met Gly Tyr Asn Ile Leu Pro Thr Phe Glu Leu Tyr Trp Ser
145 150 155 160

Ser Asp Pro Glu Phe Arg val Asp Glu Ile Ala Ser Thr Met Thr Phe -
, Page 11



PCTISG2014/000261

98695G2503_ST25. txt
170

165 175

Arg Arg Phe Lys Gln Ile Leu Arg Cys Leu His Leu Asn Asp Asn Ser
- 185 190

Lys GIn Pro Ala Arg Leu Ser Pro Glu Tyr Asp Lys Leu Phe Lys Ile
195 ' 200 , 205

-Arg Pro Leu Leu Thr Leu Ile Asn Thr Ser Phe Gln Glu Asn Ala His
210 : 215 220

Asn Ser Ser Ser GIn Ser Ile Asp Glu Ser Met Ile Leu Phe Lys Gly
225 ' 230 235 240

Arg Ser Thr Leu Lys GIn Tyr Met Pro Met Lys Pro Ile Lys Arg Gly
' 245 250 255 '

Phe Lys val Trp Cys Arg Cys Asp Ser Ile Thr Gly Tyr Leu Tyr Glu
- 260 265 : 270

Phe Asp Ile Tyr Thr Gly Arg Asp Gly Asp Arg val Glu Asp Asn Leu
: 275 280 285 :

C1y Gly Lys val val Lys LYs teu Thr Glu Lys Leu Lys GTy Met Ala
290 295 . , 300

Ala val His val Thr Phe Asp Asn Phe Phe Cys Ser Tyr Asp Ile Met
305 310 315 - 320

Asn Tyr Leu His val Asn Gly Ile Ser Ala Ser Gly Thr val Arg Arg
o 325 330 335

Gln Arg Ala Asp Leu Pro Lys Leu val Lys Ser Lys Lys Lys.Leu Lys
340 - 345 350

Leu Thr Lys Gly GIn Tyr Lys Trp Arg val Lys Glu Asn val Ala Phe
355 360 365

val Ile Trp GIn Asp Thr Lys Glu val Leu Phe Met Thr Asn Ala Phe
370 : 375 380

"His Pro Lys Asp Asn Glu Thr Ser Leu Pro Arg Lys Gly Arg Asp Gly
385 390 o 395 400

Ser Lys Thr Asp val Arg Cys Pro Ala val val Lys Glu Tyr Thr Lys
405 - 410 - 415

Arg Met Gly Gly val Asp His Phe Asp His Ile Lys Gly Thr Tyr Ser
420 425 ‘ 430

val Gly Arg Arg Ser Lys Arg Trp Trp Leu Arg Ile Phe Tyr Phe Ile
‘ Page 12



- 435

Phe Asp

Asn Ala

465

Gly Leu

Asn Tyr val

Ala Ile

Ala
Thr

Ile

His

Cys Ile

Lys Leu
Gly Cys

val
500

Arg

Ile val

515

Met

His
. 530

Thr

Lys
545

val Pro

<210>
<211>
-<212> DNA
<213> Arti

<220>
<223>

<400> 28
atggaacgtg

28

~atgggacgtg
tbcgaagata
gatgaagaag
gatagtgttc
tttgaaaaat
gcatgtcaaa
ctaggtatat
tcggatcccg
caaattttac
gagtatgata

gaaaatgcgc

Pro

Ala

Leu

Asn Asp.

Lys Asp

Ile
565

Cys

1731

Thr
Ser
470
Phe
Lys

A1a

Ile

440

Asn
- 455

ser
Asn Leu
Ser>Ser
val

Lys

Glu
520

Pro

Pro
535

Ser
Ser

"Arg

Pro Cys

ficial sequence

gatccggaac
gagctagaac
atacgccacc
agtggaaaaa
caatgactcc
tttttactca
acaacgtaat
tgattattat
aatttagagt
gttgtttgca
agctattcaa

acaactcttc

gggacgtaga
gaggctagga
agtatcagaa
aaccttgtgg
gécacgcgtg
agaagttttt
aggctggacc
gggatacaat
tgacgaaata
tctaaatgat
aattcgcecg

ctctcagtca

98695G2503_ST25. txt

Phe Leu Leu

Tyr Arg
475

Glu
Arg

Arg

Ala
505 -

Ser

Ile Arg PHe

Tyr Gln Arg

Lys ITe Lys

Ser
570

Phe Asn

tttagaacag
agtggggttg
gcagagtcag
actgatatté
ttaccatcta
gaattaatta
atactagaca
attttaccta
gcttccacca
aattctaaac
ttattgacgc

atagatgaat

Pagé 13

445

Gln Gly
460

Lys

val Ala Leu

Arg Ala Glu

Glu Asn Tyr

510

Asn val

525

Ser

Cys
540

Arg Tyr

Cys Ser Lys

Phe His Lys

gacgagaagc
gagataaaga
aagcaagcga
ggccacagct
atgccaggcc
tcacagagac
taaaggaatt
ctttcgaatt
tgacattccg
aacctgccag
ttataaacac

caatgattct

PCT/SG2014/000261

Asn Ala
Ala
Gly
GIn Lys
Gly Asp
cys Ser

Cys

Gin
575.

PLE-wu nucleotide sequence encoding short transposase

tggaactaga
cagcgattca
ttctgacaga
tgagtccttt
tatccgatat
taacagatat
gaaggctttc
gtattggtca
aagattcaag
acttagcccc
ctcttttcaa

tttcaaagga

60
120
180
240
300‘
360
420
480
540
600
660
720



aggtctacat
tgccgetgtg
ggtgacagag
aaaggaatgg
aattatctac
ttaccgaaac
agagtgaagg
accaatgctt
tccaagacag
gtagatcact
tggcttcgea
ggaaagaatg
ggacttattg
 agaaaaaaag
attcgctttt
cgatattgca
gtaccgttat
29

20

DNA

<210>
<211>
<212>
<213>

<220>
<223>

<400> 29
cccttttgea

<210>
<211>
<212>
<213>

<220>
<223>

<400> 30
tccttataac

30
20
DNA

<210> 31
<211> 6

<212> DNA
<213>

<220>
<223>

<400> 31

tgaagcaata
atagtataac
tagaagacaa
cggcagtgca

atgtaaatgg

_ttgtgaaaag

agaacgtggc
tccétc;caa
atgtaaggtg
ttgatcacat
tattttattt
cgaatgcaac
gttgtttttc
ttgctgtatc
ccaacgttgg
gcactaaggc

gtataacacc

gttagaggga

cgttaaaggg

98695G2503_ST25. txt

catgcctatg
tggttatctg
tttaggagga
tgttacattt
tatttctgeg
taaaaaaaaa
ttttgtaatc

ggacaatgaa

tcctgeagta

caaagggaca
tatttttgat

caaattgtcc

ttcccgaaaa

tgaaaattat
tgatcacatg
aaaagataag

atgcttttcg

Artificial sequence

Artificial sequence

Artificial sequence

aagccaataa
tacgaatttg
aaagtggtca
gataattttt

agcggtactg

‘ctaaaactaa

tggcaagata
acatctctac
gtgaaagaat
tactcagtgg
gcctgcatca
aacctagagt
cgtcgtgctg
caaéaggcaa
ccaaatgata
cgatctaaga

aattttcaca

aaaggggttt

atatatacac

‘aaaagttaac’

tttgcagtta

tacgcaggca
caaaagggca
;aaaégaagt
ccaggaaagg
atacaaaaag
ggcgaaggag
caaattcttt
atcgtgtcge
aaggcgtcaa
ttcacatcgt
taccgtctta
tcaagtgtag

aacaagttta

5' end PLE-wu imperfect inverted repeat

3' end PLE-wu imperfect inverted repeat

Page 14
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caaggtatgg

cggaagagat

agaaaaattg

tgatatcatg
aagagcagac
gtacaaatgg
cttatttatg
aagagacggf
aatgggtgga
caaacggtgg
tttactccag
tctégccaga

ttacgtcgta

tgcaccggaa

tcaaagatgc

caaatgtgga

a

5' end of PLE-wu perfect inverted terminal repeat

780
840
900
960
1020
1080
1140
1200
1260

11320

1380
1440
1500
1560
1620
1680
1731

- 20

20



PCT/SG2014/000261

98695G2503_ST25. txt

cccttt | . - 6
<210> 32
<211> 6
<212> DNA_
<213> Artificial sequence .
<220> .
<223> 3' end of PLE-wu perfect inverted terminal repeats
<400> 32 :
aaaggg 6
<210> 33
<211> 32
<212> DNA
- <213> Artificial sequence

- <220> :
<223> Sub-terminal repeat 1
<400> 33
gttagaggga atatttttcc caccaataaa aa 32
<210> 34
<211> 32
<212> DNA ,
<213> Artificial sequence
<220> - |
<223> sSub-terminal repeat 2

- <400> 34
ttttttttgg tgggaagaat attccctcta ac 32
<210> 35
<211> 32
<212> DNA

- <213> Artificial sequence
<220> B '
<223> sSub-terminal repeat 3
<400> 35 : : :
ggtagaggga atattcttac caccaattaa aa 32
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