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pHyPer-nuc 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). HyPer

amino acids are shown in green, linker amino acids and nuclear localization signals (NLS) are shown in black.

Asel Bgll
| |
TAGTTATTAATAGTAATCAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGT TCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCG

Lottt e e e et e e e e e e e e e e e e e r* 100
ATCAATAATTATCATTAGTTAATGCCCCAGTAATCAAGTATCGGGTATATACCTCAAGGCGCAATGTATTGAATGCCATTTACCGGGCGGACCGACTGGC

Aat2 SpAcc Aatz
| | |
CCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGT

0T 0ttt et e e e e et e e et e e e e et e e e e e e r* 200
GGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTGCATACAAGGGTATCATTGCGGTTATCCCTGAAAGGTAACTGCAGTTACCCACCTCATAAATGCCA

Bgll Ndel Aat2 Bgll Bmrl
| \ \ | |
AAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTA
200 0 rrrrrrrxrerrrrrrr=errrrrrer=rrr e e e e et e e e e e e e e e e 300
TTTGACGGGTGAACCGTCATGTAGTTCACATAGTATACGGTTCATGCGGGGGATAACTGCAGTTACTGCCATTTACCGGGCGGACCGTAATACGGGTCAT

BtgZl SnaBl Ncol
\ \ |
CATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGGA
S A R N R R A N A R R R R R R N N N R R R R0
GTACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTACCACTACGCCAAAACCGTCATGTAGTTACCCGCACCT
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401

501

Ncol |

601

HyPer

701

HyPer

801

HyPer

> 1

Aat2 Ecil

| |
TAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTA
FETETE =t et ettt et et et >er et e t=rr ettt ettt et et rr>ert et rrt=rr ettt >ttt rr>ertrrrrre=
ATCGCCAAACTGAGTGCCCCTAAAGGTTCAGAGGTGGGGTAACTGCAGTTACCCTCAAACAAAACCGTGGTTTTAGTTGCCCTGAAAGGTTTTACAGCAT

Nhel

|
ACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGCTAGCGCCA
TRttt et >t et et et >ert et et t=rr ettt et >t ettt rr>ert et rrt=rr ettt >ttt rr>ertrrrrres
TGTTGAGGCGGGGTAACTGCGTTTACCCGCCATCCGCACATGCCACCCTCCAGATATATTCGTCTCGACCAAATCACTTGGCAGTCTAGGCGATCGCGGT

Rsr2
BspEl |
Xcml | Bgll Pf1F1 | | BspM1l |
| BsmBl1 | Bsgl | | | SpAcc BfuAl |
| I I [ [ | |
CCATGGAGATGGCAAGCCAGCAGGGCGAGACGATGTCCGGACCGCTGCACATTGGTTTGATTCCCACAGTTGGACCGTACCTGCTACCGCATATTATCCC
R R R A R R N R R R e R R A R R N AR R R N
GGTACCTCTACCGTTCGGTCGTCCCGCTCTGCTACAGGCCTGGCGACGTGTAACCAAACTAAGGGTGTCAACCTGGCATGGACGATGGCGTATAATAGGG

M EMA S Q Q G ETMS G P L HI G LTI P TV G P Y L L P H I I P

BstX1 Bsgl

Pf1M1
AlwN1
|
TATGCTGCACCAGACCTTTCCAAAGCTGGAAATGTATCTGCATGAAGCACAGACCCACCAGTTACTGGCGCAACTGGACAGCGGCAAACTCGATTGCGTG
N N A R A A N R N A NN R RN
ATACGACGTGGTCTGGAAAGGTTTCGACCTTTACATAGACGTACTTCGTGTCTGGGTGGTCAATGACCGCGTTGACCTGTCGCCGTTTGAGCTAACGCAC
M L H Q T F P K L EM Y L H E A Q T H QL L A Q L. O s G K L D C vV

SpDon Bsml SpAcc

| | |
ATCCTCGCGCTGGTGAAAGAGAGCGAAGCATTCATTGAAGTGCCGTTGTTTGATGAGCCAATGTTGCTGGCTATCTATGAAGATCACCCGTGGGCGAACC
AR R R A R R N R R R e R R A R R R R AR R R N
TAGGAGCGCGACCACTTTCTCTCGCTTCGTAAGTAACTTCACGGCAACAAACTACTCGGTTACAACGACCGATAGATACTTCTAGTGGGCACCCGCTTGG
L AL VvV K E S E A F I EV P L F DEPMULULATI Y EDUHP WA AN R

500

600

700

800

900
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HyPer

HyPer

HyPer

HyPer

HyPer

901

1001

1101

1201

1301

Nael

NgoM4 |

Bsml Bgll Ecil BsrDl | |

| | | [
GCGAATGCGTACCGATGGCCGATCTGGCAGGGGAAAAACTGCTGATGCTGGAAGATGGTCACTGTTTGCGCGATCAGGCAATGTCCGCCGGCTACAACAG
NN N A RN A N N R N A NN R RN
CGCTTACGCATGGCTACCGGCTAGACCGTCCCCTTTTTGACGACTACGACCTTCTACCAGTGACARAACGCGCTAGTCCGTTACAGGCGGCCGATGTTGTC
E C v p M ADL AGEI KLL ML EDGHTCTLIZRUIDOQQM AMSAG Y N s

Pf1F1 Ecil

| |
CGACAACGTCTATATCATGGCCGACAAGCAGAAGAACGGCATCAAGGCCAACTTCAAGATCCGCCACAACGTCGAGGACGGCAGCGTGCAGCTCGCCGAC
RN RN R R R R R R R R R R R N R R R R R R
GCTGTTGCAGATATAGTACCGGCTGTTCGTCTTCTTGCCGTAGTTCCGGTTGAAGTTCTAGGCGGTGTTGCAGCTCCTGCCGTCGCACGTCGAGCGGCTG
D NV Y I MADJU K QI KNG GTIU KA ANTVFI KTII® RIUHENUVETDTSGS SV QULATD

Bsgl BpulO BpulO

| | |
CACTACCAGCAGAACACCCCCATCGGCGACGGCCCCGTGCTGCTGCCCGACAACCACTACCTGAGCTTCCAGTCCGTCCTGAGCAAAGACCCCAACGAGA
R R R A R R N R R R e R R A R R R R A AR R R N
GTGATGGTCGTCTTGTGGGGGTAGCCGCTGCCGGGGCACGACGACGGGCTGTTGGTGATGGACTCGAAGGTCAGGCAGGACTCGTTTCTGGGGTTGCTCT
H Y Q Q N T P I G D G P VL L P DN-HYUL S F Q S V L S KD P N E K

Bpml BsrGl

| |
AGCGCGATCACATGGTCCTGCTGGAGTTCGTGACCGCCGCCGGGATCACTCTCGGCATGGACGAGCTGTACAACGTGGATGGCGGTAGCGGTGGCACCGG
AR R R A R R N R N R e R R R R R R A AR R R N
TCGCGCTAGTGTACCAGGACGACCTCAAGCACTGGCGGCGGCCCTAGTGAGAGCCGTACCTGCTCGACATGTTGCACCTACCGCCATCGCCACCGTGGLC
R DH M VL L EVF VT AAGTITUL GMUDETLYNVD GG S G G T G

BseR1
Alel Bcgla
| |
CAGCAAGGGCGAGGAGCTGTTCACCGGGGTGGTGCCCATCCTGGTCGAGCTGGACGGCGACGTAAACGGCCACAAGTTCAGCGTGTCCGGCGAGGGCGAG
R N N R N R N R N N R R RN
GTCGTTCCCGCTCCTCGACAAGTGGCCCCACCACGGGTAGGACCAGCTCGACCTGCCGCTGCATTTGCCGGTGTTCAAGTCGCACAGGCCGCTCCCGCTC

> S K G E EL F T GGV Vv P I L V ETULDSGUDV NGHI KU F S V S G E G E

1000

1100

1200

1300

1400
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HyPer

HyPer

HyPer

HyPer

HyPer

Bsgl

Bcglb | BssSl

Btgzl | | Ecob57 Alel

[ | | |
GGCGATGCCACCTACGGCAAGCTGACCCTGAAGCTGATCTGCACCACCGGCAAGCTGCCCGTGCCCTGGCCCACCCTCGTGACCACCCTCGGCTACGGLC
IR A N R N R A N N A N A R N N R R
CCGCTACGGTGGATGCCGTTCGACTGGGACTTCGACTAGACGTGGTGGCCGTTCGACGGGCACGGGACCGGGTGGGAGCACTGGTGGGAGCCGATGCCGEG
> b A T Y G K L T L KL I CT TG K L P V P W P T L VT T L G Y G L

Xmnl Eco57 Ecil

| | |
TGAAGTGCTTCGCCCGCTACCCCGACCACATGAAGCAGCACGACTTCTTCAAGTCCGCCATGCCCGAAGGCTACGTCCAGGAGCGCACCATCTTCTTCAA
1501 (0Pt rrrtxr ettt ettt et ettt ettt t*rr ettt e
ACTTCACGAAGCGGGCGATGGGGCTGGTGTACTTCGTCGTGCTGAAGRAAGTTCAGGCGGTACGGGCTTCCGATGCAGGTCCTCGCGTGGTAGAAGAAGTT
> K C F AR Y P D HM K Q H D F F K S AMUPEGY V Q E R T I F F K

SpDon
SpDon Alel | Ecob57
| I |
GGACGACGGCAACTACAAGACCCGCGCCGAGGTGAAGTTCGAGGGCGACACCCTGGTGAACCGCATCGAGCTGAAGGGCATCGGCTTCAAGGAGGACGGL
I R AN A R R A R R A R R A N R R R R A N R R R R N N
CCTGCTGCCGTTGATGTTCTGGGCGCGGCTCCACTTCAAGCTCCCGCTGTGGGACCACTTGGCGTAGCTCGACTTCCCGTAGCCGAAGTTCCTCCTGCCG
> D D G N Y K T R A E V K F E G D TUL V N RTI E L K G I G F K E D G

Agel Bpml Ecil

| | |
AACATCCTGGGGCACAAGCTGGAGTACAACGGCACCGGTTTCTGTTTTGAAGCCGGGGCGGATGAAGATACACACTTCCGCGCGACCAGCCTGGAAACTC
701 00t ettt e e e e et e e e e e e e e e e e e e e e e e e e e e e e e e e e e
TTGTAGGACCCCGTGTTCGACCTCATGTTGCCGTGGCCAAAGACAAAACTTCGGCCCCGCCTACTTCTATGTGTGAAGGCGCGCTGGTCGGACCTTTGAG
>N I L G H K L E Y NG T G F CF E A G A DEDTHU FRA AT S L E T L

BspM1
Fspl BfuAl Afel Btgzl
| | l l
TGCGCAACATGGTGGCGGCAGGTAGCGGGATCACTTTACTGCCAGCGCTGGCTGTGCCGCCGGAGCGCAAACGCGATGGGGTTGTTTATCTGCCGTGCAT
180T LTIt et > e et e e e e b e e > e e e e e e e
ACGCGTTGTACCACCGCCGTCCATCGCCCTAGTGAAATGACGGTCGCGACCGACACGGCGGCCTCGCGTTTGCGCTACCCCAACAAATAGACGGCACGTA
> R NMVAAG S G I TULUL P AL AV P P EIRI KU RIDGV YV Y L P C I

1500

1600

1700

1800

1900



www.evrogen.com

NLS

NLS

1901

2001

2101

2201

2301

2401

Fspl Pvu2
| |
TAAGCCGGAACCACGCCGCACTATTGGCCTGGTTTATCGTCCTGGCTCACCGCTGCGCAGCCGCTATGAGCAGCTGGCAGAGGCCATCCGCGCAAGAATG

NN R R N N N
ATTCGGCCTTGGTGCGGCGTGATAACCGGACCAAATAGCAGGACCGAGTGGCGACGCGTCGGCGATACTCGTCGACCGTCTCCGGTAGGCGCGTTCTTAC

Xhol
Mscl BspEl Bgl2 | Earl Earl
| \ \ | \ \
GATGGCCATTTCGATAAAGTTTTCAAACAGGCGGTTTCCGGACTCAGATCTCGAGCTGATCCAAAAAAGAAGAGAAAGGTAGATCCAAAAAAGAAGAGAA
N N AR A N R R A NN R RN
CTACCGGTAAAGCTATTTCAAAAGTTTGTCCGCCAAAGGCCTGAGTCTAGAGCTCGACTAGGTTTTTTCTTCTCTTTCCATCTAGGTTTTTTCTTCTCTT
S G L R S R A D P K K K R K VD P K K K R K

Earl BamH1 Xbal BcllBsaBl SpDhon Dral
| | | \ | | \
AGGTAGATCCAAAAAAGAAGAGAAAGGTAGGATCCACCGGATCTAGATAACTGATCATAATCAGCCATACCACATTTGTAGAGGTTTTACTTGCTTTAAA
AR R A R R A R R e R A R R R N A AR R R N
TCCATCTAGGTTTTTTCTTCTCTTTCCATCCTAGGTGGCCTAGATCTATTGACTAGTATTAGTCGGTATGGTGTAAACATCTCCAAAATGAACGAAATTT
V D P K K KR KV G S T G S R *

Bsml
Mfel | Hpal polyA Psil polyA
I \ \ | |
AAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTGTTAACTTGTTTATTGCAGCTTATAATGGTTACAAATAAAGCAAT

PEEEEEEErtr ettt e e e t=rr et et t=rr e et r=e et e e eyt e et r e ==
TTTGGAGGGTGTGGAGGGGGACTTGGACTTTGTATTTTACTTACGTTAACAACAACAATTGAACAAATAACGTCGAATATTACCAATGTTTATTTCGTTA

polyA Btsl Bsml Afl12 SpDon
| \ | | \
AGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTAAGGCGTAAATTGTAAGCGTT

RN R R R R R R R R R R R R R N R R R R R R R R
TCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAACAGGTTTGAGTAGTTACATAGAATTCCGCATTTAACATTCGCAA

Sspl Psil
| |
AATATTTTGTTAAAATTCGCGTTAAATTTTTGTTAAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAATCAAAAGAATAGA

N R R RN R R R R R R R R R R N R R R R R R R R
TTATAAAACAATTTTAAGCGCAATTTAAAAACAATTTAGTCGAGTAAAAAATTGGTTATCCGGCTTTAGCCGTTTTAGGGAATATTTAGTTTTCTTATCT

5

2000

2100

2200

2300

2400

2500
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2501

2601

2701

2801

2901

BsaXb Drdl BsaXa
| | |
CCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGTCCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCAGGGCGA

RN N R N N
GGCTCTATCCCAACTCACAACAAGGTCAAACCTTGTTCTCAGGTGATAATTTCTTGCACCTGAGGTTGCAGTTTCCCGCTTTTTGGCAGATAGTCCCGCT

BtgZl
Dra3| SpAcc
|l |
TGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAGGTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCT
R A N R A N R N N R RN
ACCGGGTGATGCACTTGGTAGTGGGATTAGTTCAAAAAACCCCAGCTCCACGGCATTTCGTGATTTAGCCTTGGGATTTCCCTCGGGGGCTAAATCTCGA

Nael
NgoM4 | BsrBl
[ |
TGACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTAA
R R R A R N R R R e R A R R R AR R R N
ACTGCCCCTTTCGGCCGCTTGCACCGCTCTTTCCTTCCCTTCTTTCGCTTTCCTCGCCCGCGATCCCGCGACCGTTCACATCGCCAGTGCGACGCGCATT

polyA
|
CCACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAAT

N R R N N N
GGTGGTGTGGGCGGCGCGAATTACGCGGCGATGTCCCGCGCAGTCCACCGTGAAAAGCCCCTTTACACGCGCCTTGGGGATAAACAAATAAAAAGATTTA

Bcivl
BspH1 | Ecil
BsrB1l | | Sspl Earl Bsu36 Pvu2 |
[ | | | [
ACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGTCCTGAGGCGGAAAGAACCAGCTGTGGA
NN N R N A N R R A N R RN
TGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACTATTTACGAAGTTATTATAACTTTTTCCTTCTCAGGACTCCGCCTTTCTTGGTCGACACCT

2600

2700

2800

2900

3000
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Nsil
Sphl |
BfrBl |
BseY1l BstAP | | SexAl
| [ |
ATGTGTGTCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCAGGTGTGGARAAGTC

300 trrrrrrrr=rrrrrrrrr=rrrrrrrrr=rrrrrrrrr=rrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrr e e e e e e e
TACACACAGTCAATCCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTCCACACCTTTCAG

Nsil
Sphl |
BfrB1l | Ecil
BseYl BstAP | | Ecil Ecil Bmrl |

[ L | | |
CCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCG
3101 trrrrrrrr=rrrrrrrrr=rrrrrrrrr=rrrrrrrrrrrrrrrrrrerrrrrrrrrrrrrrrrr e rrrrrrr e e e e e e e
GGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTATCAGGGCGGGGATTGAGGCGGGTAGGGCGGGGATTGAGGC

Sfil
Ecil Ncol polyA Bgll SpDon
| | | ! |
CCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTTATGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGAG

3201 LrbrrrrrrErrrrrrrrrErrrrrrrrrrrrrrrrrrrrrrrrrrrerrrrrrrrrrrrrrrr e e e e e e e e e e e e e e
GGGTCAAGGCGGGTAAGAGGCGGGGTACCGACTGATTAAAAAAAATAAATACGTCTCCGGCTCCGGCGGAGCCGGAGACTCGATAAGGTCTTCATCACTC

Avr?2
Stul | BspM1
BseR1 || Clal BsaBl BfuAl
1 | |
GAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAGATCGATCAAGAGACAGGATGAGGATCGTTTCGCATGATTGAACAAGATGGATTGCACGCAGGTTCTC
CI O N AN AN R N A R R A N R R A N R N
CTCCGAAAAAACCTCCGGATCCGAAAACGTTTCTAGCTAGTTCTCTGTCCTACTCCTAGCAAAGCGTACTAACTTGTTCTACCTAACGTGCGTCCAAGAG

Narl

Eagl Bmrl Kasl|

I | [
CGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGLGLCC

3401 Lrrrrrrrrarrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrr ey e e e e e e e e e e e e e
GCCGGCGAACCCACCTCTCCGATAAGCCGATACTGACCCGTGTTGTCTGTTAGCCGACGAGACTACGGCGGCACAAGGCCGACAGTCGCGTCCCCGCGGG

7

3100

3200

3300

3400

3500
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Mscl Fspl

Drdl
|
GGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGCA
O o e T e e o I O I O I O O o A R R A I N R ARG 1 Y010

3501
CCAAGAAAAACAGTTCTGGCTGGACAGGCCACGGGACTTACTTGACGTTCTGCTCCGTCGCGCCGATAGCACCGACCGGTGCTGCCCGCAAGGAACGCGT

SpDon

Pvu?2 Pfl1F1 Eco57
| | |
GCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGA
O o e T o e e o T O I O O o A R R R I N R ARG VA 010

3601
CGACACGAGCTGCAACAGTGACTTCGCCCTTCCCTGACCGACGATAACCCGCTTCACGGCCCCGTCCTAGAGGACAGTAGAGTGGAACGAGGACGGCTCT

Btgzl

BspM1 |

Bcivil BsrD1 BfuAl |
[

|
AAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACG

e R R N R R R RN R R R N R N N RN N R NN N RN =10
TTCATAGGTAGTACCGACTACGTTACGCCGCCGACGTATGCGAACTAGGCCGATGGACGGGTAAGCTGGTGGTTCGCTTTGTAGCGTAGCTCGCTCGTGC

Sapl
Earl BpuEl
|

TACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGAGCATG
PEEEETE =ttt e =t e et e et er et rrr ettt r=er e et e et er e r=rrrrrrrrr* 3900

3801
ATGAGCCTACCTTCGGCCAGAACAGCTAGTCCTACTAGACCTGCTTCTCGTAGTCCCCGAGCGCGGTCGGCTTGACAAGCGGTCCGAGTTCCGCTCGTAC

BseY1l
Nael |

Sphl Ncol Btgzl NgoM4 |
| [

CCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGC
PEEEEEEEr=rrrrrrrrr=rrrrrrrrr=errrrrrrr=errrrrrrr=errrrrrer=errrrrrrr=errrrrrrr=errrrrrrr=rrrrrrr > 4000

3901
GGGCTGCCGCTCCTAGAGCAGCACTGGGTACCGCTACGGACGAACGGCTTATAGTACCACCTTTTACCGGCGAAAAGACCTAAGTAGCTGACACCGGCCG
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4001

4101

4201

4301

4401

Sapl
Rsr2 Ecil Earl Ecob57 BssS1
| | | | |
TGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGG
NN N RN A N R R A NN NN
ACCCACACCGCCTGGCGATAGTCCTGTATCGCAACCGATGGGCACTATAACGACTTCTCGAACCGCCGCTTACCCGACTGGCGAAGGAGCACGARAATGCC

Btgzl
BsrB1l | BsrB1l BstBl1
[ | |
TATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAGCGGGACTCTGGGGTTCGARATGACCGACCAAGCGACGC
N N A R N A N R R A N R RN
ATAGCGGCGAGGGCTAAGCGTCGCGTAGCGGAAGATAGCGGAAGAACTGCTCAAGAAGACTCGCCCTGAGACCCCAAGCTTTACTGGCTGGTTCGCTGCG

BssSl Nael
BspM1 NgoM4 |
BfuAl SpAcc Bpml |

| | [
CCAACCTGCCATCACGAGATTTCGATTCCACCGCCGCCTTCTATGAAAGGTTGGGCTTCGGAATCGTTTTCCGGGACGCCGGCTGGATGATCCTCCAGCG
NN R R R N N N
GGTTGGACGGTAGTGCTCTAAAGCTAAGGTGGCGGCGGAAGATACTTTCCAACCCGAAGCCTTAGCAAAAGGCCCTGCGGCCGACCTACTAGGAGGTCGC

Bpml
SpAcc |
Avr2 | polyA
I |
CGGGGATCTCATGCTGGAGTTCTTCGCCCACCCTAGGGGGAGGCTAACTGAAACACGGAAGGAGACAATACCGGAAGGAACCCGCGCTATGACGGCAATA
AR R R A R R N R R e R e R A R R R R AR R R N
GCCCCTAGAGTACGACCTCAAGAAGCGGGTGGGATCCCCCTCCGATTGACTTTGTGCCTTCCTCTGTTATGGCCTTCCTTGGGCGCGATACTGCCGTTAT

polyA Bsal
| |
AAAAGACAGAATAAAACGCACGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTTCGGTCCCAGGGCTGGCACTCTGTCGATACCCCACCGAGACCCCATT

N R R R N N N
TTTTCTGTCTTATTTTGCGTGCCACAACCCAGCAAACAAGTATTTGCGCCCCAAGCCAGGGTCCCGACCGTGAGACAGCTATGGGGTGGCTCTGGGGTAA

4100

4200

4300

4400

4500
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4501

4601

4701

4801

4901

5001

BstAP
AlwN1
|
GGGGCCAATACGCCCGCGTTTCTTCCTTTTCCCCACCCCACCCCCCAAGTTCGGGTGAAGGCCCAGGGCTCGCAGCCAACGTCGGGGCGGCAGGCCCTGL

AR N R N N
CCCCGGTTATGCGGGCGCAAAGAAGGAAAAGGGGTGGGGTGGGGGGTTCAAGCCCACTTCCGGGTCCCGAGCGTCGGTTGCAGCCCCGCCGTCCGGGACG

Bsu36 Dral Dral BspH1

| | | |
CATAGCCTCAGGTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACC
R R R A R R N R N R R e R R A R R N AR R R N
GTATCGGAGTCCAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAACTATTAGAGTACTGG

BpuEl
|
AAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCT

RN R R R R R R R R N R R R N R R R R R R R
TTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGGGCATCTTTTCTAGTTTCCTAGAAGAACTCTAGGAAAAAAAGACGCGCATTAGACGA

Eco57
|
GCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCA

NN R N N N N
CGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTCTCGATGGTTGAGAAAAAGGCTTCCATTGACCGAAGTCGTCTCGCGT

SpAcc
|
GATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACCA

NN N N N N
CTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAGACATCGTGGCGGATGTATGGAGCGAGACGATTAGGACAATGGT

AlwN1 BpuEl ApalLl
| | |
GTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGT

N R N N N
CACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCTATCAATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCAAGCA

10

4600

4700

4800

4900

5000

5100
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5101

5201

5301

5401

BseYl SpAcc

| |
GCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGA
R A N A N R N N R R RN
CGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGCTTGACTCTATGGATGTCGCACTCGATACTCTTTCGCGGTGCGAAGGGCTTCCCTCTTTCCGCCT

Bcivl
Ecil | BssS1 SpAcc
| | | |
CAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCAC
R N N A N R N N R R RN
GTCCATAGGCCATTCGCCGTCCCAGCCTTGTCCTCTCGCGTGCTCCCTCGAAGGTCCCCCTTTGCGGACCATAGAAATATCAGGACAGCCCAAAGCGGTG

Drdl BpuEl SpAcc Ecil

| | | |
CTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCT
R R A R R N R R e R A R R R R AR R R N
GAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACCTTTTTGCGGTCGTTGCGCCGGAAAAATGCCAAGGACCGGAAAACGA

SpDon Nsil
BspLU | BfrB1l |
Il I
GGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCATGCAT
L T T o o T T o T O A N O I B R0
CCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGTACGTA
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Found:

Aat2
BfrB1
Bsgl
Bsu36
Mfel
Rsr2

Unique:

Afel
BspLU
Pf1M1

Not found:

Aarl
BssH2
FCatL

Pmel

Sbfl

Afel
BfuAl
Bsml
Btgzl
Mscl
Sapl

Afl2
BsrGl
SexAl

Acc65
BstE2
FCatR
Pmll
Scal

Excluded by site

Accl
BsaAl
BsrF1

Fokl
HpyC4
PpuM1l
TspR1

Acil
BsaHl
BssK1l

Hae?2
HpyC5

Rsal

Afl2 Agel
Bgll Bgl2
BsmB1 BspEl
Btsl Clal
Nael Narl
SexAl Sfil
Agel ApaLl
BstB1l BstX1l
Sfil SnaBl1
Acll Ahdl
Bstzl BxatB
FCatP ScFRT
PshAl PspOM
Sgfl SgrAl
complexity:
Af13 Alul
BsaJl BsaWl
BstFEbS BstN1
Hae3 Hgal
Mae3 Mbo2
Sau3A Sau9e

Alel
Bmrl
BspH1
Dral
Ncol
SnaB1l

Asel
Btsl
Stul

Apal
BxatL
Fsel
Pstl
Smal

Alwl
BseM?2
BstU1

Hhal

Mnll
SfaN1l

AlwN1
Bpml
BspLU
Dra3
Ndel
SpAcc

BamH1
Clal
Xbal

Ascl
BxatR
FspAl

Pvul

Spel

Apol
BsiEl
BstYl
Hinc2

Msel

Sfcl

ApalLl
BpulO
BspM1

Drdl
NgoM4
SpDon

Bcgla
Dra3
Xcml

AsiS1
BxatP
Hind3
R4atB

Srfl

Aval
BsiH1
Btgl
Hinfl
Msl1ll
Smll

Asel
BpuEl
BsrBl1

Eagl

Nhel

Sphl

Bcglb
Eagl
Xhol

Baela
_Chi
I Ceu
R4atL
Swal

Ava?
Bsll
Cacs8
HinP1l
MspAl
Styl

12

Avr?2
Bsal
BsrD1l
Earl
Nsil
Sspl

Bcll
Hpal
Xmnl

Baelb
Ecl?2
Kpnl

R4atP

T3RNA

Banl
BsmAl
CviJl

HpaZ2

Mwol

Tagl

BamH1
BsaB1l
BsrGl
Ecil
PflF1
Stul

Bgl2
Kasl

Bbsl
EcoK
loxP
R4atR
T7RNA

Ban?2
BsmF1
Ddel
Hphl
Ncil
Tatl

Bcgla
BsaXa
BssS1
Ecob57
Pf1M1

Xbal

Bsal
Mfel

BbvC1l
EcoN1
Mlul
Sacl
T7Ter

Bbvl
Bspl2
Eael
Hpy99
Nla3
Tfil

Bcglb
BsaXb
BstAP
Fspl
polyA
Xcml

BsaXa
Narl

Blpl
EcoR1
Notl
Sac?
PISce

BceAl
BspCa
EcoO1
Hpyl
Nla4
Tsel

Bcivl
BseR1
BstB1l
Hpal
Psil
Xhol

BsaXb
Ndel

BmgB1l
EcoRV
Nrul
Sall

Bfal
BspCb
Faul
Hpy3
Nspl
Tsp45

Bcll
BseYl
BstX1l

Kasl

Pvu2

Xmnl

BsmB1
Nhel

BsiWl
FCatB

Pacl
SanD1

Bmel5
Bsrl
FnudH
HpyC3
Plel
Tsp50



