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pTagGFP-actin vector restriction map

The data has not been verified by restriction digestion with each enzyme listed and does not take into account possible methylation sites.
Enzymes that recognize unambiguous sequences less than 6 basepairs long are not included — for the more complete enzyme list please
refer to the Table of restriction sites.

Unigue sites are shown in bold blue. The location given specifies the 3’ end of the cut DNA (the base to the left of the cut site). TagGFP

amino acids are shown in green, beta-actin amino acids are shown in orange, linker amino acids are shown in black.

Asel Bgll

TAGTTATTAATAGTAATCAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCG

O R N NN N N R N S A N S RN S RN N NN N NN N A N RN R N e

ATCAATAATTATCATTAGTTAATGCCCCAGTAATCAAGTATCGGGTATATACCTCAAGGCGCAATGTATTGAATGCCATTTACCGGGCGGACCGACTGGC

Aat2 SpAcc Aat2

CCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGT

O RN R N N e N N N S NN N R RN R N N N N RN N N N N RN N N NN N N el

GGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTGCATACAAGGGTATCATTGCGGTTATCCCTGAAAGGTAACTGCAGTTACCCACCTCATAAATGCCA

Bglil Ndel Aatz2 Bgll Bmrl

AAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTA

ol N N N N S N R N N N A N N N N N e N N N S NN N N N S R AN R NN ATl

TTTGACGGGTGAACCGTCATGTAGTTCACATAGTATACGGTTCATGCGGGGGATAACTGCAGTTACTGCCATTTACCGGGCGGACCGTAATACGGGTCAT

Btgzl SmnaBl Ncol

CATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGGA

L N R N N N N e N N S A R NN N N RN N N N A N e R N 1Y

GTACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTACCACTACGCCAAAACCGTCATGTAGTTACCCGCACCT
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TagGFP

TagGFP

TagGFP

Aat2 Ecil

TAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTA

L R N S R S A N NN N N R N N N N N N e N NN N e N AN N

ATCGCCAAACTGAGTGCCCCTAAAGGTTCAGAGGTGGGGTAACTGCAGTTACCCTCAAACAAAACCGTGGTTTTAGTTGCCCTGAAAGGTTTTACAGCAT

Nhel Afel

ACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGCTAGCGCTA

L NN N S N N S NN R R NN N R N N N N A N NN N N AN RN

TGTTGAGGCGGGGTAACTGCGTTTACCCGCCATCCGCACATGCCACCCTCCAGATATATTCGTCTCGACCAAATCACTTGGCAGTCTAGGCGATCGCGAT

BseR1
Nael| ApalLl
Agel BsrBl1 NgoM4 | | BmgB1 |

CCGGTCGCCACCATGAGCGGGGGCGAGGAGCTGTTCGCCGGCATCGTGCCCGTGCTGATCGAGCTGGACGGCGACGTGCACGGCCACAAGTTCAGCGTGC

60 | LLILITTI=PEEETrr=trrE et rr et r =P ee = e e L e
GGCCAGCGGTGGTACTCGCCCCCGCTCCTCGACAAGCGGCCGTAGCACGGGCACGACTAGCTCGACCTGCCGCTGCACGTGCCGGTGTTCAAGTCGCACG
> M §S 6 G E E L F A G I v pPp V L I E L D G D V H G H K F S V R
BsaXb BstE2
BsaXa Bsgl Bpml | Alel |

GCGGCGAGGGCGAGGGCGACGCCGACTACGGCAAGCTGGAGATCAAGTTCATCTGCACCACCGGCAAGCTGCCCGTGCCCTGGCCCACCCTGGTGACCAC

N R R N R N N N N S N N N R N N A N N RN

CGCCGCTCCCGCTCCCGCTGCGGCTGATGCCGTTCGACCTCTAGTTCAAGTAGACGTGGTGGCCGTTCGACGGGCACGGGACCGGGTGGGACCACTGGTG
> G E G E G D A DY G XK L EI K F I ¢CTTG XK L P V P W P T UL V T T

BstAP Xmnl

CCTCTGCTACGGCATCCAGTGCTTCGCCCGCTACCCCGAGCACATGAAGATGAACGACTTCTTCAAGAGCGCCATGCCCGAGGGCTACATCCAGGAGCGC

I N N N N N N N A N RN S NN R N N N N NN N N N N RN N N NN NN N

GGAGACGATGCCGTAGGTCACGAAGCGGGCGATGGGGCTCGTGTACTTCTACTTGCTGAAGAAGTTCTCGCGGTACGGGCTCCCGATGTAGGTCCTCGCG
>~ L C¢C ¥ 6 I Q ¢ F A RY P E H M K M NDVF F K S A M P E G Y I Q E R
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901
TagGFP >
1001
TagGFP >
1101
TagGFP >
1201
TagGFP >
1301

TagGFP-actin >

SpAcc
Earl | SpDon
EcoN1 | | Sac2 SpDon Alel |

ACCATCCTCTTCCAGGACGACGGCAAGTACAAGACCCGCGGCGAGGTGAAGTTCGAGGGCGACACCCTGGTGAACCGCATCGAGCTGAAGGGCAAGGACT
N AR R R S N R S AN R R R R A N NN RN
TGGTAGGAGAAGGTCCTGCTGCCGTTCATGTTCTGGGCGCCGCTCCACTTCAAGCTCCCGCTGTGGGACCACTTGGCGTAGCTCGACTTCCCGTTCCTGA
T I L F QDDGZ KTYZ KT RTGETVYVT KTFTETG GDTTLVDNZ RTITETLTE KT GTZ KD F

BsrGl
Eco57 PEIM1 Bpml Dra3 | Xcml SpDon

TCAAGGAGGACGGCAACATCCTGGGCCACAAGCTGGAGTACAGCTTCAACAGCCACAACGTGTACATCATGCCCGACAAGGCCAACAACGGCCTGGAGGT

B N R S N R N N R N A NN NN RN

AGTTCCTCCTGCCGTTGTAGGACCCGGTGTTCGACCTCATGTCGAAGTTGTCGGTGTTGCACATGTAGTACGGGCTGTTCCGGTTGTTGCCGGACCTCCA
K ED G N I L G HKLETYSTFNSTHTNJTYTZYTIMZPODTZ KA ANTENTGTLEV

Bpml Pvu2 Bsgl Xcml BsaBl

GAACTTCAAGACCCGCCACAACATCGAGGGCGECGGCGTGCAGCTGGCCGACCACTACCAGACCAACGTGCCCCTGEECGACGECCCCGTGCTGATCCCC
R R N R R N R NN N R S N R S N R RN AN
CTTGAAGTTCTGGGCGETGTTGTAGCTCCCGCCGCCGCACGTCGACCGGCTGETGATGETCTGETTGCACGGGGACCCGCTGCCGGGECACGACTAGGEE
N F K TRHNTITETG GG GG GV YVOQLADTEHTYSGQQTNTVZ PTLGDGZP?PUVTLTIP

Eco57
BpuloO Dra3 AlwN1l Bpml

ATCAACCACTACCTGAGCACTCAGACCGCCATCAGCARGGACCGCAACGAGGCCCGCGACCACATGETGCTCCTGGAGTCCTTCAGCGCCTGCTGCCACA
RN AR N N R N N N R N N R N s NN N NN N N
TAGTTGGTGATGGACTCGTGAGTCTGGCGGTAGTCGTTCCTGGCGTTGCTCCGGGCGCTGGTGTACCACGAGGACCTCAGGAAGTCGCGGACGACGGTGT
I NH YL ST QTA ATISTZ XKD RINTEA AT RTDTEHEMVYTLTLTETSTFSATCTC CHT

Xhol
Pf1Ml BsrGl BspEl Bgl2 | EcoRV BsaXb Sall BsaXa

CCCACGGCATGGACGAGCTGTACAGGTCCGGACTCAGATCTCGAGCTATGGATGATGATATCGCCGCGCTCGTCGTCGACAACGGCTCCGGCATGTGCAA

BN N A S N N R N N S NN NN N NN N

GGGTGCCGTACCTGCTCGACATGTCCAGGCCTGAGTCTAGAGCTCGATACCTACTACTATAGCGGCGCGAGCAGCAGCTGTTGCCGAGGCCGTACACGTT
H 6 M D E L Y R S 6 L R S R AMD DD I A AL V V D NG S G M C K

1000

1100

1200

1300

1400



Www.evrogen.com

actin

actin

actin

actin

actin

Smal
Nael Bgll Narl
NgoM4 | Bbsl | Kasl|

1401

1501

1601

1701

1801

GGCCGGCTTCGCGEECGACGATGCCCCCCGGGCCGTCTTCCCCTCCATCGTGEGGCGCCCCAGGCACCAGGGCGTGATGGTGGGCATGGGTCAGAAGGAT
RN N R R NN N NN R N R NN S R R A N RN R R NN AR R
CCGGCCGAAGCGCCCGCTGCTACGEEGGGCCCGGCAGAAGGEGAGGTAGCACCCCECGGEETCCGTGETCCCGCACTACCACCCGTACCCAGTCTTCCTA
A G F A GDJDA ATPT RAVTFT PSTIVGRZ PR RIETQ QG GYVNMTYVGMGEOQ KD

Eco57 Bmrl

TCCTATGTGGGCGACGAGGCCCAGAGCAAGAGAGGCATCCTCACCCTGAAGTACCCCATCGAGCACGGCATCGTCACCAACTGGGACGACATGGAGAARA
BN R N N R N N R R N A N N N A R RN
AGGATACACCCGCTGCTCCGGGTCTCGTTCTCTCCGTAGGAGTGGGACTTCATGGGGTAGCTCGTGCCGTAGCAGTGGTTGACCCTGCTGTACCTCTTTT
s YV GEeDEA AOQSTZ KT RGTITLTTLTE X TYZ®PTITETEHEGTIVTHDNTWTDTDDMTE K I

BseR1
Dra3 |
BsStAP |

TCTGGCACCACACCTTCTACAATGAGCTGCGTGTGGCTCCCGAGGAGCACCCCGTGCTGCTGACCGAGGCCCCCCTGAACCCCAAGGCCAACCGCGAGAA

BN N N R N N N N N N N N R N N S NN A NN N RN R

AGACCGTGGTGTGGAAGATGTTACTCGACGCACACCGAGGGCTCCTCGTGGGGCACGACGACTGGCTCCGGGGGGACTTGGGGTTCCGGTTGGCGCTCTT
W H H T F Y N E L R V A P E E H P V L L T E A P L N P K A N R E K

Bsal BseYl

GATGACCCAGATCATGTTTGAGACCTTCAACACCCCAGCCATGTACGTTGCTATCCAGGCTGTGCTATCCCTGTACGCCTCTGGCCGTACCACTGGCATC

RN R N NN N R N N N S N N N e RN AN S NN NN R R AN N

CTACTGGGTCTAGTACAAACTCTGGAAGTTGTGGGGTCGGTACATGCAACGATAGGTCCGACACGATAGGGACATGCGGAGACCGGCATGGTGACCGTAG
M T Q I M F E T F N T P A MY V A I Q A V L 8§ L Y A S G R T T G I

BstE2 Bcgla
PE1F1 | Dra3| SpAcc Beglb  Xcml

GTGATGGACTCCGGTGACGGGGTCACCCACACTGTGCCCATCTACGAGGGGTATGCCCTCCCCCATGCCATCCTGCGTCTGGACCTGGCTGGCCGGGACC

RN N N N N R RN N N N e N N R N A NN RN NN R N

CACTACCTGAGGCCACTGCCCCAGTGGGTGTGACACGGGTAGATGCTCCCCATACGGGAGGGGGTACGGTAGGACGCAGACCTGGACCGACCGGCCCTGG

~>v M D s 6 D G VvV T H T V P I ¥ E G Y A L P H A I L R L DL A G R D L
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actin

actin

actin

actin

actin

1901

2001

2101

2201

2301

>

BspH1 Spbhon Eagl BsrBl BsaXa

TGACTGACTACCTCATGAAGATCCTCACCGAGCGCGGCTACAGCTTCACCACCACGGCCGAGCGGGAAATCGTGCGTGACATTAAGGAGAAGCTGTGCTA

RN N N S N NN A R N R A NN R RN n

ACTGACTGATGGAGTACTTCTAGGAGTGGCTCGCGCCGATGTCGAAGTGGTGGTGCCGGCTCGCCCTTTAGCACGCACTGTAATTCCTCTTCGACACGAT
T DY LMK IZLTTET RTGTYSTFTTTA ATET RTETTYVT RTDTITZE KTET KTELTCY

Sapl
Earl
SpAcc |
BsaXb Mscl  BseR1 Xcml || Bpml Drd1l

CGTCGCCCTGGACTTCGAGCAAGAGATGGCCACGECTGCTTCCAGCTCCTCCCTGGAGAAGAGCTACGAGCTGCCTGACGECCAGGTCATCACCATTGGC
R N N N S R R N N N R RN A NN R R NN NN R
GCAGCGGGACCTGAAGCTCGTTCTCTACCGGTGCCGACGAAGGTCGAGGAGGGACCTCTTCTCGATGCTCGACGGACTGCCGGTCCAGTAGTGGTAACCG
V AL DFESGQEMATA AA ATST S S SLETZ KTSTYTETLTPTDTGO QU VTITTI G

BsrD1 SpAcc
BsrB1 Bsu36 Earl | BspH1

AATGAGCGGTTCCGCTGCCCTGAGGCACTCTTCCAGCCTTCCTTCCTGEGCATGEAGTCCTGTGGCATCCACGARACTACCTTCAACTCCATCATGAAGT
R R R A N N R AN R N N R R R R R R S R RN RN RN
TTACTCGCCAAGGCGACGGGACTCCGTGAGAAGGTCGGAAGGAAGGACCCGTACCTCAGGACACCGTAGGTGCTTTGATGGAAGTTGAGGTAGTACTTCA
N ER FRCUPEATLTF QPSS FLGMMET ST CG GTIHTETTTFNTSTIMEKC

BmgB1 BsrD1 Btsl

GTGACGTGGACATCCGCARAGACCTGTACGCCAACACAGTGCTGTCTGGCGGCACCACCATGTACCCTGGCATTGCCGACAGGATGCAGAAGGAGATCAC

RN N A N N R R N R N R RN R A RN RN N NN RN N

CACTGCACCTGTAGGCGTTTCTGGACATGCGGTTGTGTCACGACAGACCGCCGTGGTGGTACATGGGACCGTAACGGCTGTCCTACGTCTTCCTCTAGTG
D VDIRZEKTPDTELTYA ANTTVTELTSSGGTTMTYT?POGETIA ADTE RMGO QTZEKTETIT

BsrD1
BseR1
BseYl BsaBl| | Bpulo Scal

TGCCCTGGCACCCAGCACAATGAAGATCAAGATCATTGCTCCTCCTGAGCGCAAGTACTCCGTGTGGATCGGCGGCTCCATCCTGGCCTCGCTGTCCACC

RN N R N NN A N N R N N N S NN AN S NN NN SN N AN N

ACGGGACCGTGGGTCGTGTTACTTCTAGTTCTAGTAACGAGGAGGACTCGCGTTCATGAGGCACACCTAGCCGCCGAGGTAGGACCGGAGCGACAGGTGG
A L A P S T M K I K I I A P P EURI K Y S VWTI G G S I L A S L S T
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actin

BsaB1l BamH1 Xbal Bcll

TTCCAGCAGATGTGGATCAGCAAGCAGGAGTATGACGAGTCCGGCCCCTCCATCGTCCACCGCAAATGCTTCTAGGGATCCACCGGATCTAGATAACTGA

e R N N N N N N N N S N N S N N N N N NN N RN AR AN N

AAGGTCGTCTACACCTAGTCGTTCGTCCTCATACTGCTCAGGCCGGGGAGGTAGCAGGTGGCGTTTACGAAGATCCCTAGGTGGCCTAGATCTATTGACT
>~>F Q Q M w I S K Q E Y D E S G P 8 I VvV H R K C F *
Bsml
BsaBl SpDon  Dral Mfel |

TCATAATCAGCCATACCACATTTGTAGAGGTTTTACTTGCTTTAAAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGT

ZE LR R N N S N N N N N N N N NN N N R A N RN A N N

AGTATTAGTCGGTATGGTGTAAACATCTCCAAAATGAACGAAATTTTTTGGAGGGTGTGGAGGGGGACTTGGACTTTGTATTTTACTTACGTTAACAACA

Hpal polyA Psil polyA polyA Btsl Bsml

TGTTAACTTGTTTATTGCAGCTTATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGT

e N N N N N N N N N e N N S N N N N N N N N N N A A N N

ACAATTGAACAAATAACGTCGAATATTACCAATGTTTATTTCGTTATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCA

Mlul SpDon Sspl

TTGTCCAAACTCATCAATGTATCTTAACGCGTAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATTTTTGTTAAATCAGCTCATTTTTTAAC

A N N N N N N N N S R S N N R N R R N N N R NN NN N

AACAGGTTTGAGTAGTTACATAGAATTGCGCATTTAACATTCGCAATTATAAAACAATTTTAAGCGCAATTTAAAAACAATTTAGTCGAGTAAAAAATTG

Psil BsaXb

CAATAGGCCGAAATCGGCAAAATCCCTTATAAATCAAAAGAATAGACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGTCCACTATTAAAGA

oL N N N R R N N N R S N N S R S N NN N N N N R N N NN N

GTTATCCGGCTTTAGCCGTTTTAGGGAATATTTAGTTTTCTTATCTGGCTCTATCCCAACTCACAACAAGGTCAAACCTTGTTCTCAGGTGATAATTTCT

Btgzl
Drdl BsaXa Dra3 |

ACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCAGGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAGGTGCCG

R e N N S N N N N N R N R N N N R RN R N N N R A NN RN

TGCACCTGAGGTTGCAGTTTCCCGCTTTTTGGCAGATAGTCCCGCTACCGGGTGATGCACTTGGTAGTGGGATTAGTTCAAAAAACCCCAGCTCCACGGC
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Nael
SpAcc NgoM4 |

TAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCTTGACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGA

o N N A R N S NN N N A N N S N N N RN

ATTTCGTGATTTAGCCTTGGGATTTCCCTCGGGGGCTAAATCTCGAACTGCCCCTTTCGGCCGCTTGCACCGCTCTTTCCTTCCCTTCTTTCGCTTTCCT

BsrB1l

GCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTAACCACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTT

RN N N N N RN N N N N A N N N S N N N A NN R N N R RN N

CGCCCGCGATCCCGCGACCGTTCACATCGCCAGTGCGACGCGCATTGGTGGTGTGGGCGGCGCGAATTACGCGGCGATGTCCCGCGCAGTCCACCGTGAA

Bcivl
BspH1 |
polyA BsrBl | |

TTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATA

L N N N N N N N S N N N R N N R N N N A NN R

AAGCCCCTTTACACGCGCCTTGGGGATAAACAAATAAAANGATTTATGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACTATTTACGAAGTTAT

Ecil
Sspl Earl Bsu36 Pvu2 | BseYl

ATATTGAAAAAGGAAGAGTCCTGAGGCGGAAAGAACCAGCTGTGGAATGTGTGTCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTA

O N A N R R N R A N N N S N N N RN N N N RN

TATAACTTTTTCCTTCTCAGGACTCCGCCTTTCTTGGTCGACACCTTACACACAGTCAATCCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCAT

Nsil Nsil

Sphl | Sphl |

BfrBl | BfrBl |
BstAP | | SexAl BseYl BstAP |

TGCAAAGCATGCATCTCAATTAGTCAGCAACCAGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGC

O N NN S N N e NN A N N N N N N N RN N N R N

ACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCG
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Ecil
Ecil Ecil Bmrl | Ecil Ncol polya

AACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTTATGCA

O N N R N S NN NN N N N N N R N A N R N A N N BN N N1

TTGGTATCAGGGCGGGGATTGAGGCGGGTAGGGCGGGGATTGAGGCGGGTCAAGGCGGGTAAGAGGCGGGGTACCGACTGATTAAAAAAAATAAATACGT

Avr2
Sfil Stul |
Bgll SpDon BseR1l || Clal

GAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAGATCGATCAAGAGACAGGATGA

L R N N N N N N A N N S N N NN S N N A N RN R NN N RN R el

CTCCGGCTCCGGCGGAGCCGGAGACTCGATAAGGTCTTCATCACTCCTCCGAAAAAACCTCCGGATCCGAAAACGTTTCTAGCTAGTTCTCTGTCCTACT

BspM1
BsaBl BfuAl Eagl Bmrl
| | | |

GGATCGTTTCGCATGATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCG

e N N N N N NN N N N N N s N N N N e R R N N A N N N N B -1

CCTAGCAAAGCGTACTAACTTGTTCTACCTAACGTGCGTCCAAGAGGCCGGCGAACCCACCTCTCCGATAAGCCGATACTGACCCGTGTTGTCTGTTAGC

Narl
Kasl| Drdl

GCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGA

L N e R N N NN N N N N S R N N S N N R N N A N N R N N N NN R RN R el

CGACGAGACTACGGCGGCACAAGGCCGACAGTCGCGTCCCCGCGGGCCAAGAAAAACAGTTCTGGCTGGACAGGCCACGGGACTTACTTGACGTTCTGCT

Pvu2
Mscl Fspl | PflF1 Eco57
| | | |

GGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAA

e N N RN N N N N S N N S N N NN N N A N AN N N RN N R el

CCGTCGCGCCGATAGCACCGACCGGTGCTGCCCGCAAGGAACGCGTCGACACGAGCTGCAACAGTGACTTCGCCCTTCCCTGACCGACGATAACCCGCTT
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4001

4101

4201

4301

4401

SpDon Bcivl BsrD1

GTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTA

RN N R A N N R N N N S N N e NN AN S NN RN R A N

CACGGCCCCGTCCTAGAGGACAGTAGAGTGGAACGAGGACGGCTCTTTCATAGGTAGTACCGACTACGTTACGCCGCCGACGTATGCGAACTAGGCCGAT

Btgzl
BspMl | Sapl
Bfual | Earl

CCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCA

BN N N N N RN R N N e N R A NN R N NN N A

GGACGGGTAAGCTGGTGGTTCGCTTTGTAGCGTAGCTCGCTCGTGCATGAGCCTACCTTCGGCCAGAACAGCTAGTCCTACTAGACCTGCTTCTCGTAGT

BpuEl Sphl Ncol BtgZzl

GGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGAGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATC

RN RN N N RN N N N N N N e N N N S NN NN A N N N A N NN RN

CCCCGAGCGCGGTCGGCTTGACAAGCGGTCCGAGTTCCGCTCGTACGGGCTGCCGCTCCTAGAGCAGCACTGGGTACCGCTACGGACGAACGGCTTATAG

BseYl
Nael | Sapl
NgoM4 | | Rsr2 Ecil Earl

ATGGTGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTG

RN N N N N N N R N N N R N N R s NN N NN N AR R R

TACCACCTTTTACCGGCGAAAAGACCTAAGTAGCTGACACCGGCCGACCCACACCGCCTGGCGATAGTCCTGTATCGCAACCGATGGGCACTATAACGAC

BtgZl
Eco57 BssS1 BsrBl |

AAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTT

RN R N N N N N s N N A N N NN S R NN N N N A N R R NN

TTCTCGAACCGCCGCTTACCCGACTGGCGAAGGAGCACGAAATGCCATAGCGGCGAGGGCTAAGCGTCGCGTAGCGGAAGATAGCGGAAGAACTGCTCAA
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4501

4601

4701

4801

4901

5001

BssS1
BspM1
BsrB1 BstBl BfuAl SpAcc

CTTCTGAGCGGGACTCTGGGGTTCGAAATGACCGACCAAGCGACGCCCAACCTGCCATCACGAGATTTCGATTCCACCGCCGCCTTCTATGAAAGGTTGG

RN N N N N N N N N N N N NN NN N N N RN A

GAAGACTCGCCCTGAGACCCCAAGCTTTACTGGCTGGTTCGCTGCGGGTTGGACGGTAGTGCTCTAAAGCTAAGGTGGCGGCGGAAGATACTTTCCAACC

Nael Bpml
NgoM4 | SpAcc |
Bpml | Avr2 |

GCTTCGGAATCGTTTTCCGGGACGCCGGCTGGATGATCCTCCAGCGCGGGGATCTCATGCTGGAGTTCTTCGCCCACCCTAGGGGGAGGCTAACTGAAAC

RN RN N NN R N N N e N N S NN AN S NN NN A N AR N

CGAAGCCTTAGCAAAAGGCCCTGCGGCCGACCTACTAGGAGGTCGCGCCCCTAGAGTACGACCTCAAGAAGCGGGTGGGATCCCCCTCCGATTGACTTTG

polyA polyA

ACGGAAGGAGACAATACCGGAAGGAACCCGCGCTATGACGGCAATAAAAAGACAGAATAAAACGCACGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTT

AR N N R N N N N R N N RN AN NN AN A NN A N

TGCCTTCCTCTGTTATGGCCTTCCTTGGGCGCGATACTGCCGTTATTTTTCTGTCTTATTTTGCGTGCCACAACCCAGCAAACAAGTATTTGCGCCCCAA

Bsal

CGGTCCCAGGGCTGGCACTCTGTCGATACCCCACCGAGACCCCATTGGGGCCAATACGCCCGCGTTTCTTCCTTTTCCCCACCCCACCCCCCAAGTTCGG

BN A NN N N N N N N A NN N NN R R

GCCAGGGTCCCGACCGTGAGACAGCTATGGGGTGGCTCTGGGGTAACCCCGGTTATGCGGGCGCAAAGAAGGAAAAGGGGTGGGGTGGGGGGTTCAAGCC

BstAP
AlwN1 Bsu36 Dral

GTGAAGGCCCAGGGCTCGCAGCCAACGTCGGGGCGGCAGGCCCTGCCATAGCCTCAGGTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTA

RN NN R N N N N N N e N N NN S NN N R N N R N RN N A N N N N

CACTTCCGGGTCCCGAGCGTCGGTTGCAGCCCCGCCGTCCGGGACGGTATCGGAGTCCAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAAT

Dral BspH1

ATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAG

NN R N N N N N N N N e N N e N N AN S N NN R R N

TAAATTTTCCTAGATCCACTTCTAGGAAAAACTATTAGAGTACTGGTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGGGCATCTTTTC
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5101

5201

5301

5401

5501

5601

BpuEl

ATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAANACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAG

RN N N A N A N N N N N N N NN N AN N R N

TAGTTTCCTAGAAGAACTCTAGGAAAAANAGACGCGCATTAGACGACGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTC

Eco57 SpAcc

AGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAA

NN NN R N N N A N N e R N N S NN N A N NN N N

TCGATGGTTGAGAAAAAGGCTTCCATTGACCGAAGTCGTCTCGCGTCTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTT

AlwN1 BpuEl

CTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGA

IR N N N N N R N N N e N A N e NN R NN N R

GAGACATCGTGGCGGATGTATGGAGCGAGACGATTAGGACAATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCT

Apall BseYl

TAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGC

NN N N N N A N N NN N N N N N S NN N N N N NN

ATCAATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCAAGCACGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGCTTGACTCTATGGATGTCG

Bcivl
SpAcc Ecil | BssSl

GTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCC

AR N N A N NN N N N e N N NN S N A RN NN R R N

CACTCGATACTCTTTCGCGGTGCGAAGGGCTTCCCTCTTTCCGCCTGTCCATAGGCCATTCGCCGTCCCAGCCTTGTCCTCTCGCGTGCTCCCTCGAAGG

SpAcc Drdl BpuEl SpAcc

AGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGG

AR N A N N N N N N N e N RN A R RN AN R R N N

TCCCCCTTTGCGGACCATAGAAATATCAGGACAGCCCAAAGCGGTGGAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACC
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SpDon
Ecil BspLU|

AAANACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACC

A N N N N N N N N S N N N S R N N R N A N NN RN RN N RN N A R Rt

TTTTTGCGGTCGTTGCGCCGGAAAAATGCCAAGGACCGGAAAACGACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGG

Nsil
BfrBl |
GTATTACCGCCATéCAT
5801 [ |[[[[II*[[I]II] 5817
CATAATGGCGGTACGTA
Found:

Aat2 Afel Agel Alel AlwN1 Apall Asel Avr2 BamH1 Bbsl Bcgla Bcglb Bcivl Bcll
BfrB1 BfuAl Bglil Bgl2 BmgB1 Bmrl Bpml BpulO BpuEl Bsal BsaBl BsaXa BsaXb BseR1
BseYl Bsgl Bsml BspEl BspH1 BspLU BspM1 BsrB1 BsrD1 BsrG1l BssS1 BstAP BstBl1 BstE2
Bsu3é6 Btgzl Btsl Clal Dral Dra3 Drdl Eagl Earl Ecil Eco57 EcoN1 EcoRV Fspl

Hpal Kasl Mfel Mlul Mscl Nael Narl Ncol Ndel NgoM4 Nhel Nsil Pfl1F1 Pf1M1
polyA Psil Pvu?2 Rsr2 Sac2 Sall Sapl Scal SexAl sfil Smal SnaBl SpAcc SpDon

Sphl Sspl Stul Xbal Xcml Xhol Xmnl

Unique:

Afel Agel Asel BamH1 Bbsl Bcgla Bcglb Bcll Bgl2 BspEl BspLU BstB1l Clal EcoN1
EcoRV Fspl Hpal Mfel Mlul Ndel Nhel Rsr2 Sac2 Sall Scal SexAl Sfil Smal
SnaBl Stul Xbal Xhol Xmnl

12
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Not found:
Aarl Acc65 Acll Afl2 Ahdl Apal Ascl AsiSl Baela Baelb BbvC1l Blpl BsiWl BsmB1
BssH2 BstX1 BstZzl _Chi EcoK  EcoRl ScFRT Fsel FspAl Hind3 I Ceu Kpnl loxP Not1l
Nrul Pacl Pmel Pmll PshAl PspOM Pstl Pvul Sacl SanD1 Sbfl Sgfl SgrAl Spel
Srfl Swal T3RNA T7RNA T7Ter PISce

Excluded by site complexity:

Accl Acil Af13 Alul Alwl Apol Aval Avaz2 Banl Ban2 Bbvl BceAl Bfal Bmel5
BsaAl BsaH1 BsaJdl BsaWl BseM2 BsiEl BsiH1l Bsll BsmAl BsmF1 Bspl2 BspCa BspCb Bsril
BsrF1 BssK1 BstF5 BstN1 BstUl BstY1l Btgl Cacs8 CviJdl Ddel Eael EcoOl1 Faul Fnu4H

Fokl Hae2 Hae3 Hgal Hhal Hinc2 Hinfl HinP1l Hpa2 Hphl Hpy99 Hpyl Hpy3 HpyC3
HpyC4 HpyC5 Mae3 Mbo2 Mnll Msel Msll MspAl Mwol Ncil Nla3 Nla4 Nspl Plel
PpuM1l Rsal Sau3A Sau96 SfaN1l Sfcl Sml1l Styl Taql Tatl Tfil Tsel Tsp45 Tsp50
TspR1
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