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pTagRFP-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.

Unique 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). TagRFP

amino acids are shown in red, beta-actin amino acids are shown in dark-green, linker amino acids are shown in black.
Asel Bglil

TAGTTATTAATAGTAATCAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCG

N N N S N R N NN N N N S N e N N N R R N N R RN R R NN Al

ATCAATAATTATCATTAGTTAATGCCCCAGTAATCAAGTATCGGGTATATACCTCAAGGCGCAATGTATTGAATGCCATTTACCGGGCGGACCGACTGGC

Aat2 SpAcc Aat2

CCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGT

O RN R N N e N N N e NN NN R RN R N N N A N RN N N A N RN N N R N N N eIty

GGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTGCATACAAGGGTATCATTGCGGTTATCCCTGAAAGGTAACTGCAGTTACCCACCTCATAAATGCCA

Bgll Ndel Aat2 Bgll Bmrl

AAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTA

ol N N NN S N R N N N N N N N N N N N S N N N N S RN R NN ALY

TTTGACGGGTGAACCGTCATGTAGTTCACATAGTATACGGTTCATGCGGGGGATAACTGCAGTTACTGCCATTTACCGGGCGGACCGTAATACGGGTCAT

BtgZl SnaBl Ncol

CATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGGA

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

GTACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTACCACTACGCCAAAACCGTCATGTAGTTACCCGCACCT

Aat2 Ecil

TAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTA

L R N N S RN R N N N N N N N S N N S N NN N N RN N NN =Tl

ATCGCCAAACTGAGTGCCCCTAAAGGTTCAGAGGTGGGGTAACTGCAGTTACCCTCAAACAAAACCGTGGTTTTAGTTGCCCTGAAAGGTTTTACAGCAT
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pTagRFP

pTagRFP

pTagRFP

pTagRFP

Nhel Afel

ACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGCTAGCGCTA

L N N N N N N N R S N N R R N A N N A N N AN

TGTTGAGGCGGGGTAACTGCGTTTACCCGCCATCCGCACATGCCACCCTCCAGATATATTCGTCTCGACCAAATCACTTGGCAGTCTAGGCGATCGCGAT

Alel Sapl
Agel Ncol | Earl BsrGl ApalLl

CCGGTCGCCACCATGGTGTCTAAGGGCGAAGAGCTGATTAAGGAGAACATGCACATGAAGCTGTACATGGAGGGCACCGTGAACAACCACCACTTCAAGT

601 || LLLPEEI*T0EErErr=trr e e et trrr e e =ttt e e et e e e e rrrr=trr e e et r e ey

GGCCAGCGGTGGTACCACAGATTCCCGCTTCTCGACTAATTCCTCTTGTACGTGTACTTCGACATGTACCTCCCGTGGCACTTGTTGGTGGTGAAGTTCA

> M vV §s K 6 E E L I K E N M H M K L Y M E G T V N NUHH F K C
SpAcc

GCACATCCGAGGGCGAAGGCAAGCCCTACGAGGGCACCCAGACCATGAGAATCAAGGTGGTCGAGGGCEGCCCTCTCCCCTTCGCCTTCGACATCCTGGC

O R A R R R R R RN N R N NN N N N N A RN A A N RN N
CGTGTAGGCTCCCGCTTCCGTTCGGGATGCTCCCGTGGGTCTGGTACTCTTAGTTCCACCAGCTCCCGCCGGGAGAGGGGAAGCGGAAGCTGTAGGACCG

> T S E G E G K P Y E G T QTMZPRTITZKT YV VETGS G?PTLZ?PFATFTDTITL A

Bsu3é6 SpDon
| |

TACCAGCTTCATGTACGGCAGCAGAACCTTCATCAACCACACCCAGGGCATCCCCGACTTCTTTAAGCAGTCCTTCCCTGAGGGCTTCACATGGGAGAGA

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

ATGGTCGAAGTACATGCCGTCGTCTTGGAAGTAGTTGGTGTGGGTCCCGTAGGGGCTGAAGAAATTCGTCAGGAAGGGACTCCCGAAGTGTACCCTCTCT
> T S F MY G S R TV F I NHTOQ G I P DVF F K Q S F P E G F T W E R

Bbsl Bpml SpDon

GTCACCACATACGAAGACGGGGGCGTGCTGACCGCTACCCAGGACACCAGCCTCCAGGACGGCTGCCTCATCTACAACGTCAAGATCAGAGGGGTGAACT

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

>V T T Y ED GG V L TATIGQDTSTLOQDGOC CTZLTITYNTYVTZEXKTITZ RTG GV VNF
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BseY1l Bgll

TCCCATCCAACGGCCCTGTGATGCAGAAGAAAACACTCGGCTGGGAGGCCAACACCGAGATGCTGTACCCCGCTGACGGCGGCCTGGAAGGCAGAAGLCGA

N N N N N S R N R N N N N N N N A A N N R AR

AGGGTAGGTTGCCGGGACACTACGTCTTCTTTTGTGAGCCGACCCTCCGGTTGTGGCTCTACGACATGGGGCGACTGCCGCCGGACCTTCCGTCTTCGCT

pTagRFP > P S N G P VM Q K K T L G W EANTEMTL Y P ADGGUL E G R S D
BssS1 Eco57 BpuEl

CATGGCCCTGAAGCTCGTGGGCGGGGGCCACCTGATCTGCAACTTCAAGACCACATACAGATCCAAGAAACCCGCTAAGAACCTCAAGATGCCCGGCGTC

e R R R R R RN
GTACCGGGACTTCGAGCACCCGCCCCCGGTGGACTAGACGTTGAAGTTCTGGTGTATGTCTAGGTTCTTTGGGCGATTCTTGGAGTTCTACGGGCCGCAG
pTagRFP > M A L K L v 6 G G H L I ¢C N F K T T Y R S K K P A K N L K M P G V
SpAcc
Pf1M1 Bsal PshAl BssS1 Dra3 Mscl AlwN1

TACTATGTGGACCACAGACTGGAAAGAATCAAGGAGGCCGACAAAGAGACCTACGTCGAGCAGCACGAGGTGGCTGTGGCCAGATACTGCGACCTCCCTA

L N N N R S R N N N N NN N N R N N R N NN RN
ATGATACACCTGGTGTCTGACCTTTCTTAGTTCCTCCGGCTGTTTCTCTGGATGCAGCTCGTCGTGCTCCACCGACACCGGTCTATGACGCTGGAGGGAT
pTagRFP >Y Y v D H R L E R I K E A D K E T Y V E Q H E V A V A R Y C D L P S
Xhol NgoM4
SpAcc Bmrl BspEl Bgl2 | EcCoRV Bsaxb Sall BsaXa |

GCAAACTGGGGCACAAACTTAATTCCGGACTCAGATCTCGAGCTATGGATGATGATATCGCCGCGCTCGTCGTCGACAACGGCTCCGGCATGTGCAAGGC

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

CGTTTGACCCCGTGTTTGAATTAAGGCCTGAGTCTAGAGCTCGATACCTACTACTATAGCGGCGCGAGCAGCAGCTGTTGCCGAGGCCGTACACGTTCCG
pTagRFP/actin> K L. 6 H K L. v s 6L R S RAM™MDDD I A AULV V DNG S GG M C K A

Smal
Bglil Narl
Nael Bbsl | Kasl|

CGGCTTCGCGGGCGACGATGCCCCCCGGGCCGTCTTCCCCTCCATCGTGGGGCGCCCCAGGCACCAGGGCGTGATGGTGGGCATGGGTCAGAAGGATTCC

I N A N N R R N N NN NN N N RN N N NN N R N AR

GCCGAAGCGCCCGCTGCTACGGGGGGCCCGGCAGAAGGGGAGGTAGCACCCCGCGGGGETCCGTGGTCCCGCACTACCACCCGTACCCAGTCTTCCTAAGG
beta-actin > G F A G DD AP R AV F P S I V G R P RHOQGV MV G M G Q K D s
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1501

beta-actin

1601

beta-actin

1701

beta-actin

1801

beta-actin

1901

beta-actin

>

>

>

>

>

SpDon Eco57 Bmrl

TATGTGGGCGACGAGGCCCAGAGCAAGAGAGGCATCCTCACCCTGAAGTACCCCATCGAGCACGGCATCGTCACCAACTGGGACGACATGGAGAAAATCT
N R AR N R N N N N N N R A NN N AN n RN
ATACACCCGCTGCTCCGGGTCTCGTTCTCTCCGTAGGAGTGGGACTTCATGGGGTAGCTCGTGCCGTAGCAGTGGTTGACCCTGCTGTACCTCTTTTAGA
Y V6 DEAQ S KR GGILTTULJZ KT YTZ®PTIZETEHHGTITYVTNTWDTDDMTET KTITUW

BseR1
Dra3 |
BsStAP |

GGCACCACACCTTCTACAATGAGCTGCGTGTGGCTCCCGAGGAGCACCCCGTGCTGCTGACCGAGGCCCCCCTGAACCCCARGGCCAACCGCGAGAAGAT
RN N N N R R NN N RN N N R NN N R N N A N
CCGTGGTGTGGAAGATGTTACTCGACGCACACCGAGGGCTCCTCGTGGGGCACGACGACTGGCTCCGGGGEEACTTGGGETTCCGGTTGGCGCTCTTCTA

HHTF FTYNTETLTRTYA ATPTETETHTPTVTILTLTTEA ATPTLINT PZ KA ATNTERTEZEKMNM

Bsal BseY1l

GACCCAGATCATGTTTGAGACCTTCAACACCCCAGCCATGTACGTTGCTATCCAGGCTGTGCTATCCCTGTACGCCTCTGGCCGTACCACTGGCATCGTG
AR R R N R R N A RN R N R NN A NN R R R NN
CTGGGTCTAGTACARACTCTGGAAGTTGTGGGGTCGGTACATGCAACGATAGGTCCGACACGATAGGGACATGCGGAGACCGGCATGGTGACCGTAGCAC
T Q I M F ETFNTPAMTYJVATIGQA AV VTELTSTLJYA ATSTGTRTTGTIV

BstE2 Bcgla
PE1F1 | Dra3| SpAcc Beglb  Xcml

ATGGACTCCGGTGACGGGGTCACCCACACTGTGCCCATCTACGAGGGGTATGCCCTCCCCCATGCCATCCTGCGTCTGGACCTGGCTGGCCGGGACCTGA

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

TACCTGAGGCCACTGCCCCAGTGGGTGTGACACGGGTAGATGCTCCCCATACGGGAGGGGGTACGGTAGGACGCAGACCTGGACCGACCGGCCCTGGACT
M D S G D GV TH TV P I ¥ E G Y A L P HATIULURULDIULAGIZRUDTULT

BspH1 SpDhon Eagl BsrBl BsaXa

CTGACTACCTCATGAAGATCCTCACCGAGCGCGGCTACAGCTTCACCACCACGGCCGAGCGGGARAATCGTGCGTGACATTAAGGAGAAGCTGTGCTACGT
R R R R R A N NN R R R N R N S NN RN R N
GACTGATGGAGTACTTCTAGGAGTGGCTCGCGCCGATGTCGAAGTGGTGGTGCCGGCTCGCCCTTTAGCACGCACTGTAATTCCTCTTCGACACGATGCA

D YL M XK I L T E&RTG GTYSTFTTTA AET RTETITYVT RTDTITZEKTET KTELTCZYYV
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Sapl
Earl
SpAcc |
Bsaxb Mscl  BseRl Xeml || Bpml Drdl

CGCCCTGGACTTCGAGCAAGAGATGGCCACGGCTGCTTCCAGCTCCTCCCTGGAGAAGAGCTACGAGCTGCCTGACGGCCAGGTCATCACCATTGGCAAT

R N R R R R R R R R RN R RN R R R R R R R R AR R R R RN R R R R A RN AR RN RN AR A AR AR
GCGGGACCTGAAGCTCGTTCTCTACCGGTGCCGACGAAGGTCGAGGAGGGACCTCTTCTCGATGCTCGACGGACTGCCGGTCCAGTAGTGGTAACCGTTA
beta-actin > A L D F E Q E M A T A A 8 S 8 8 L E K S Y E L P D G Q V I T I G N
BsrD1 SpAcc
BsrBl1 Bsu3é6 Earl | BspH1
| | || |
GAGCGGTTCCGCTGCCCTGAGGCACTCTTCCAGCCTTCCTTCCTGGGCATGGAGTCCTGTGGCATCCACGAAACTACCTTCAACTCCATCATGAAGTGTG
R N S R N N N R R N N RN N N R R S N N R NN R R R RN A R RN A
CTCGCCAAGGCGACGGGACTCCGTGAGAAGGTCGGAAGGAAGGACCCGTACCTCAGGACACCGTAGGTGCTTTGATGCGAAGTTGAGGTAGTACTTCACAC
beta-actin >E R F R ¢ P E A L F Q P 8§ F L G M E S C @ I H E T T F N S I M K C D
BmgB1 BsrD1 Btsl
| | |
ACGTGGACATCCGCAAAGACCTGTACGCCAACACAGTGCTGTCTGGCEGGCACCACCATGTACCCTGGCATTGCCGACAGGATGCAGAAGGAGATCACTGC
L R R R R R R R R R R R R R R R R R R RN AR R R R R N AR R R R AR AR A R R A RN AR N AR AR
TGCACCTGTAGGCGTTTCTGGACATGCGGTTGTGTCACGACAGACCGCCETEGETGGTACATGGGACCGTAACGGCTEGTCCTACGTCTTCCTCTAGTGACG
beta-actin > Vv D I R K D L Y A N T VvV L 8§ ¢ G T T M Y P ¢ I A D R M Q K E I T A
BsrD1
BseR1l |
BseYl BsaBl| | BpulO Scal
| [ | |
CCTGGCACCCAGCACAATGAAGATCAAGATCATTGCTCCTCCTGAGCGCAAGTACTCCGTGTGGATCGGCGGCTCCATCCTGGCCTCGCTGTCCACCTTC
R R R R R R N R R R R AR R RN R R R R R R R R RN AR R R R RN R R R R AR R A R R A AR AR A AR AR
GGACCGTGGGETCGTGTTACTTCTAGTTCTAGTAACGAGGAGGACTCGCGTTCATGAGGCACACCTAGCCGCCGAGGTAGGACCGGAGCGACAGGTGGAAG
beta-actin > L A P 8§ T M K I K I I A P P E R K Y 8 V W I 6 G S I L A S8 L S T F
BsaBl BamH1 Xbal Bcll
| | | |
CAGCAGATGTGGATCAGCAAGCAGGAGTATGACGAGTCCGGCCCCTCCATCGTCCACCGCAAATGCTTCTAGGGATCCACCGGATCTAGATAACTGATCA
L N R R R R R R R R
GTCGTCTACACCTAGTCGTTCGTCCTCATACTGCTCAGGCCGGGGAGGTAGCAGGTGGCGTTTACGAAGATCCCTAGGTGGCCTAGATCTATTGACTAGT
beta-actin >Q Q M W I S K Q E Y D E 8 G P 8 I V H R K C F =*
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Bsml
BsaB1 Spbon  Dral Mfel |

TAATCAGCCATACCACATTTGTAGAGGTTTTACTTGCTTTAAAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTGT

2 N N N RN R N A N N N S N R N S N N S NN N S R N N R N N R N R R N Al

ATTAGTCGGTATGGTGTAAACATCTCCAAAATGAACGAAATTTTTTGGAGGGTGTGGAGGGGGACTTGGACTTTGTATTTTACTTACGTTAACAACAACA

Hpal polyA Psil polyA polyA Btsl Bsml

TAACTTGTTTATTGCAGCTTATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTG

2L N N N N S R e R N N N N S N N N N e N RN N R NN N RN N Aiele

ATTGAACAAATAACGTCGAATATTACCAATGTTTATTTCGTTATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAAC

Mlul SpDon Sspl

TCCAAACTCATCAATGTATCTTAACGCGTAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATTTTTGTTAAATCAGCTCATTTTTTAACCAA

R N N S R R N N S R R NN N N N N N e N A N S N N NN -1

AGGTTTGAGTAGTTACATAGAATTGCGCATTTAACATTCGCAATTATAAAACAATTTTAAGCGCAATTTAAAAACAATTTAGTCGAGTAAAAAATTGGTT

Psil BsaXb

TAGGCCGAAATCGGCAAAATCCCTTATAAATCAAAAGAATAGACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGTCCACTATTAAAGAACG

oI N N N RN N N N N S N N NN S NN R N NN A N N R NN N NN RN N RN N R N el

ATCCGGCTTTAGCCGTTTTAGGGAATATTTAGTTTTCTTATCTGGCTCTATCCCAACTCACAACAAGGTCAAACCTTGTTCTCAGGTGATAATTTCTTGC

BtgZ1l
Drd1l BsaXa Dra3 |

TGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCAGGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAGGTGCCGTAA

R N N N R N N N N N S N N N N S N N S N R A R NN NN N RN R Y Tl

ACCTGAGGTTGCAGTTTCCCGCTTTTTGGCAGATAGTCCCGCTACCGGGTGATGCACTTGGTAGTGGGATTAGTTCAAAAAACCCCAGCTCCACGGCATT



www.evrogen.com

3001

3101

3201

3301

3401

Nael
SpAcc NgoM4 | BsrB1

AGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCTTGACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCG

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

TCGTGATTTAGCCTTGGGATTTCCCTCGGGGGCTAAATCTCGAACTGCCCCTTTCGGCCGCTTGCACCGCTCTTTCCTTCCCTTCTTTCGCTTTCCTCGC

GGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTAACCACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTTTC

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

CCGCGATCCCGCGACCGTTCACATCGCCAGTGCGACGCGCATTGGTGGTGTGGGCGGCGCGAATTACGCGGCGATGTCCCGCGCAGTCCACCGTGAAAAG

Bcivil
BspH1 |
polyA BsrBl | | Sspl

GGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATA

RN N e N N N N N N R N N N R N R N N R N

CCCCTTTACACGCGCCTTGGGGATAAACAAATAAAAAGATTTATGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACTATTTACGAAGTTATTAT

Ecil
Earl Bsu36 Pvu2 | BseYl

TTGAAAAAGGAAGAGTCCTGAGGCGGAAAGAACCAGCTGTGGAATGTGTGTCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGC

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

AACTTTTTCCTTCTCAGGACTCCGCCTTTCTTGGTCGACACCTTACACACAGTCAATCCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCATACG

Nsil Nsil

Sphl | Sphl |

BfrBl | BfrBl |
BstAP | | SexAl BseYl BStAP |

AAAGCATGCATCTCAATTAGTCAGCAACCAGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAAC

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

TTTCGTACGTAGAGTTAATCAGTCGTTGGTCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTG
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3501

3601

3701

3801

3901

Ecil
Ecil Ecil Bmrl | Ecil Ncol polyAa

CATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTTATGCAGAG

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

GTATCAGGGCGGGGATTGAGGCGGGTAGGGCGGGGATTGAGGCGGGTCAAGGCGGGTAAGAGGCGGGGTACCGACTGATTAAAAAAAATAAATACGTCTC

Avr2
Sfil Stul |
Bgll SpDon BseR1l || Clal BsaBl

GCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAGATCGATCAAGAGACAGGATGAGGA

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

CGGCTCCGGCGGAGCCGGAGACTCGATAAGGTCTTCATCACTCCTCCGAAAAAACCTCCGGATCCGAAAACGTTTCTAGCTAGTTCTCTGTCCTACTCCT

BspM1
BfuAl Eagl Bmrl

TCGTTTCGCATGATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCT

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

AGCAAAGCGTACTAACTTGTTCTACCTAACGTGCGTCCAAGAGGCCGGCGAACCCACCTCTCCGATAAGCCGATACTGACCCGTGTTGTCTGTTAGCCGA

Narl
Kasl| Drdl
|| |

GCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGC

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

CGAGACTACGGCGGCACAAGGCCGACAGTCGCGTCCCCGCGGGCCAAGAAAAACAGTTCTGGCTGGACAGGCCACGGGACTTACTTGACGTTCTGCTCCG

Pvu2
Mscl Fspl | PflF1 Eco57

AGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTG

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

TCGCGCCGATAGCACCGACCGGTGCTGCCCGCAAGGAACGCGTCGACACGAGCTGCAACAGTGACTTCGCCCTTCCCTGACCGACGATAACCCGCTTCAC
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4001

4101

4201

4301

4401

SpDon Bcivl BsrD1

CCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCT

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

GGCCCCGTCCTAGAGGACAGTAGAGTGGAACGAGGACGGCTCTTTCATAGGTAGTACCGACTACGTTACGCCGCCGACGTATGCGAACTAGGCCGATGGA

Btgzl
BspMl | Sapl
BfuAl | Earl

GCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGG

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

CGGGTAAGCTGGTGGTTCGCTTTGTAGCGTAGCTCGCTCGTGCATGAGCCTACCTTCGGCCAGAACAGCTAGTCCTACTAGACCTGCTTCTCGTAGTCCC

BpuEl Sphl Ncol BtgZzl

GCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGAGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATG

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

CGAGCGCGGTCGGCTTGACAAGCGGTCCGAGTTCCGCTCGTACGGGCTGCCGCTCCTAGAGCAGCACTGGGTACCGCTACGGACGAACGGCTTATAGTAC

BseYl
Nael | Sapl
NgoM4 | | Rsr2 Ecil Earl

GTGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAG

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

CACCTTTTACCGGCGAAAAGACCTAAGTAGCTGACACCGGCCGACCCACACCGCCTGGCGATAGTCCTGTATCGCAACCGATGGGCACTATAACGACTTC

BtgZl
Eco57 BssS1 BsrBl |

AGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTT

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

TCGAACCGCCGCTTACCCGACTGGCGAAGGAGCACGAAATGCCATAGCGGCGAGGGCTAAGCGTCGCGTAGCGGAAGATAGCGGAAGAACTGCTCAAGAA
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4501

4601

4701

4801

4901

BssS1
BspM1
BsrB1 BstB1l BfuAl SpAcc

CTGAGCGGGACTCTGGGGTTCGAAATGACCGACCAAGCGACGCCCAACCTGCCATCACGAGATTTCGATTCCACCGCCGCCTTCTATGAAAGGTTGGGCT

IR N N N N N NN N R N N N N RN N

GACTCGCCCTGAGACCCCAAGCTTTACTGGCTGGTTCGCTGCGGGTTGGACGGTAGTGCTCTAAAGCTAAGGTGGCGGCGGAAGATACTTTCCAACCCGA

Nael Bpml
NgoM4 | SpAcc |
Bpml | Avr2 |

TCGGAATCGTTTTCCGGGACGCCGGCTGGATGATCCTCCAGCGCGGGGATCTCATGCTGGAGTTCTTCGCCCACCCTAGGGGGAGGCTAACTGAAACACG

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

AGCCTTAGCAAAAGGCCCTGCGGCCGACCTACTAGGAGGTCGCGCCCCTAGAGTACGACCTCAAGAAGCGGGTGGGATCCCCCTCCGATTGACTTTGTGC

polyA polyA

GAAGGAGACAATACCGGAAGGAACCCGCGCTATGACGGCAATAAAAAGACAGAATAAAACGCACGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTTCGG

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

CTTCCTCTGTTATGGCCTTCCTTGGGCGCGATACTGCCGTTATTTTTCTGTCTTATTTTGCGTGCCACAACCCAGCAAACAAGTATTTGCGCCCCAAGCC

Bsal SpDon

TCCCAGGGCTGGCACTCTGTCGATACCCCACCGAGACCCCATTGGGGCCAATACGCCCGCGTTTCTTCCTTTTCCCCACCCCACCCCCCAAGTTCGGGTG

BN N N N N N N RN N N N N N N R R N NN N

AGGGTCCCGACCGTGAGACAGCTATGGGGTGGCTCTGGGGTAACCCCGGTTATGCGGGCGCAAAGAAGGAAAAGGGGTGGGGTGGGGGGTTCAAGCCCAC

BstAP
AlwN1 Bsu36 Dral

ANAGGCCCAGGGCTCGCAGCCAACGTCGGGGCGGCAGGCCCTGCCATAGCCTCAGGTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATT

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

TTCCGGGTCCCGAGCGTCGGTTGCAGCCCCGCCGTCCGGGACGGTATCGGAGTCCAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAA

Dral BspH1

5001

TAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATC

AR R N N N N N e N N R S N N R NN N N R R

ATTTTCCTAGATCCACTTCTAGGAAAAACTATTAGAGTACTGGTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGGGCATCTTTTCTAG
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5101

5201

5301

5401

BpuEl

AAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAANACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGC

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

TTTCCTAGAAGAACTCTAGGAAAAAAAGACGCGCATTAGACGACGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTCTCG

Eco57 SpAcc

TACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTC

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

ATGGTTGAGAAAAAGGCTTCCATTGACCGAAGTCGTCTCGCGTCTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAG

AlwN1 BpuEl

TGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAG

BN N N s N R R N R NN N N R R N RN N

ACATCGTGGCGGATGTATGGAGCGAGACGATTAGGACAATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCTATC

Apall BseYl

TTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTG

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

AATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCAAGCACGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGCTTGACTCTATGGATGTCGCAC

Bcivil

SpAcc Ecil | BssSl

5501

5601

AGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGG

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

TCGATACTCTTTCGCGGTGCGAAGGGCTTCCCTCTTTCCGCCTGTCCATAGGCCATTCGCCGTCCCAGCCTTGTCCTCTCGCGTGCTCCCTCGAAGGTCC

SpAcc Drdl BpuEl SpAcc

GGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAA

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

CCCTTTGCGGACCATAGAAATATCAGGACAGCCCAAAGCGGTGGAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACCTTT
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SpDon
Ecil BspLU|

AACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTA

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

TTGCGGTCGTTGCGCCGGAAAAATGCCAAGGACCGGAAAACGACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCAT

TTACCGCCA
5801 | [[||[[]] 5809
AATGGCGGT
Found:

Aat2 Afel Agel Alel AlwN1 Apall Asel Avr2 BamH1 Bbsl Bcgla Bcglb Bcivl Bcll
BfrB1 BfuAl Bgll Bgl2 BmgB1 Bmrl Bpml BpuloO BpuEl Bsal BsaBl BsaXa BsaXb BseR1
BseY1l Bsml BspEl BspH1 BspLU BspM1 BsrBl1 BsrD1 BsrGl BssS1 BstAP BstBl1 BstE2 Bsu36
BtgZl Btsl Clal Dral Dra3 Drdl Eagl Earl Ecil Eco57 EcoRV Fspl Hpal Kasl

Mfel Mlul Mscl Nael Narl Ncol Ndel NgoM4 Nhel Nsil Pf1F1 Pf1M1 polyA PshAl

Psil Pvu?2 Rsr2 Sall Sapl Scal SexAl Sfil Smal SnaBl SpAcc SpDon Sphl Sspl

Stul Xbal Xcml Xhol

Unique:

Afel Agel Alel Asel BamH1 Bcgla Bcglb Bcll Bgl2 BmgB1 BpulO BspEl BspLU BsrGl
BstB1l BstE2 Clal EcoRV Fspl Hpal Mfel Mlul Ndel Nhel P£f1M1 PshAl Rsr2 Sall

Scal SexAl sfil Smal SnaBl Stul Xbal Xhol

12
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Not found:
Aarl Acc65
BsmB1 BssH2
loxP Notl
SgrAl Spel

Excluded by site
Accl Acil
BsaAl BsaHl
BsrF1 BssK1l

Fokl Hae2
HpyC4 HpyC5
PpuMl Rsal
TspR1

Acll
BstX1
Nrul
Srfl

Afl2
Bstzl
Pacl
Swal

complexity:

Afl13
Bsadl
BstF5

Hae3

Mae3
Sau3A

Alul
BsaWl
BstN1

Hgal

Mbo2
Saude

Ahdl
_Chi
Pmel
T3RNA

Alwl
BseM2
BstUl

Hhal

Mnll
SfaN1l

Apal
EcokK
Pmll
T7RNA

Apol
BsiEl
BstYl
Hinc2

Msel

Sfcl

Ascl
EcoN1
PspOM
T7Ter

Aval
BsiH1
Btgl
Hinf1l
Msll
Smll

AsiSil
EcoR1

Pstl
PISce

Ava?2
Bsll
Cacs8
HinP1
MspAl
Styl
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Baela
ScFRT
Pvul
Xmnl

Banl
BsmAl
Cvidl

Hpa2

Mwol

Tagl

Baelb
Fsel
Sacl

Ban2
BsmF1
Ddel
Hphl
Ncil
Tatl

BbvC1l
FspAl
Sac2

Bbvl
Bspl2
Eael
Hpy99
Nla3
Tfil

Blpl
Hind3
SanD1

BceAl
BspCa
EcoOl1
Hpyl
Nla4
Tsel

Bsgl
I Ceu
Sbfl

Bfal
BspCb
Faul
Hpy3
Nspl
Tsp45

BsiwWl
Kpnl
Sgfl

Bmel5
Bsrl
Fnu4H
HpyC3
Plel
Tsp50



