www.evrogen.com

pmKate2-ER 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). mKate2
amino acids are shown in red, endoplasmic reticulum (ER) targeting signal (calreticulin signal sequence) and ER retention signal (KDEL

sequence) amino acids are shown in green, linker amino acids are shown in black.

Asel Bgll

|
TAGTTATTAATAGTAATCAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCG

T = e = e e = e e e =i e = e = e = e e = e r=ree g™ 100
ATCAATAATTATCATTAGTTAATGCCCCAGTAATCAAGTATCGGGTATATACCTCAAGGCGCAATGTATTGAATGCCATTTACCGGGCGGACCGACTGGC

Aat2 SpAcc Aat2

| | |
CCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGT

O NN S N S R St N S RN NN S NN S N St NN St NN R RN NN et
GGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTGCATACAAGGGTATCATTGCGGTTATCCCTGAAAGGTAACTGCAGTTACCCACCTCATAAATGCCA
Bgll Ndel Aat2 Bgll Bmrl
| |
AAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTA
200 RRRRRRREr=en e e = e e e e e e e = =i e ==t e =i == 300
TTTGACGGGTGAACCGTCATGTAGTTCACATAGTATACGGTTCATGCGGGGGATAACTGCAGTTACTGCCATTTACCGGGCGGACCGTAATACGGGTCAT
BtgZl SnaBl Ncol
|
CATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGGA
301 THRRRRREr=En e =i e e e == e e = e =t e e = e e =i e e r=eenrne= 400
GTACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTACCACTACGCCAAAACCGTCATGTAGTTACCCGCACCT

1
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mKate?2

mKate?2

mKate?2

mKate?2

Aat2 Ecil

| |
TAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTA

e NN S NN S N S R S NN NN S RN AR S NN RN N AR RN NN
ATCGCCAAACTGAGTGCCCCTAAAGGTTCAGAGGTGGGGTAACTGCAGTTACCCTCAAACAAAACCGTGGTTTTAGTTGCCCTGAAAGGTTTTACAGCAT

Nhel Sphl

ACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGCTAGCATGC

SO N R S N R N S N R NN R RN RN NN S NN NN R
TGTTGAGGCGGGGTAACTGCGTTTACCCGCCATCCGCACATGCCACCCTCCAGATATATTCGTCTCGACCAAATCACTTGGCAGTCTAGGCGATCGTACG

SpDon
Sfil Agel Alel |
BseR1 Bgll Rsr2 | Ncol | |

| | 11 111
TGCTATCCGTGCCGTTGCTGCTCGGCCTCCTCGGCCTGGCCGTCGCCGGACCGGTCGCCACCATGGTGAGCGAGCTGATTAAGGAGAACATGCACATGAA

L N R S NN N NN S N G N NNy g NN NN R NN NN NN R
ACGATAGGCACGGCAACGACGAGCCGGAGGAGCCGGACCGGCAGCGGCCTGGCCAGCGGTGGTACCACTCGCTCGACTAATTCCTCTTGTACGTGTACTT

G PV ATWMV S EL 1 K ENWMMHMK
BsrG1 ApalLl SpAcc

I I I
GCTGTACATGGAGGGCACCGTGAACAACCACCACTTCAAGTGCACATCCGAGGGCGAAGGCAAGCCCTACGAGGGCACCCAGACCATGAGAATCAAGGCG
LA NN g NN S NN N N Ny NN g NN NN NN S NN NN
CGACATGTACCTCCCGTGGCACTTGTTGGTGGTGAAGTTCACGTGTAGGCTCCCGCTTCCGTTCGGGATGCTCCCGTGGGTCTGGTACTCTTAGTTCCGC
>L Y MEGTVNNHHTFIKTCTSETGETGTIKZPYEGTIQTMRTI KA

GTCGAGGGCGGCCCTCTCCCCTTCGCCTTCGACATCCTGGCTACCAGCTTCATGTACGGCAGCAAAACCTTCATCAACCACACCCAGGGCATCCCCGACT

O N N N S RN N N S R N NN S N NN NN NN N NN NN S RN NN
CAGCTCCCGCCGGGAGAGGGGAAGCGGAAGCTGTAGGACCGATGGTCGAAGTACATGCCGTCGTTTTGGAAGTAGTTGGTGTGGGTCCCGTAGGGGCTGA

>V E 6 6 P LPFAFDILATS S FMYGSKTUZFI1IT NWHTQG 1 P D F
SpDon Bbs1 Bpml

| | |
TCTTTAAGCAGTCCTTCCCCGAGGGCTTCACATGGGAGAGAGTCACCACATACGAAGACGGGGGCGTGCTGACCGCTACCCAGGACACCAGCCTCCAGGA

L NN g NN S N N NN N RN NN RN N NN NN e
AGAAATTCGTCAGGAAGGGGCTCCCGAAGTGTACCCTCTCTCAGTGGTGTATGCTTCTGCCCCCGCACGACTGGCGATGGGTCCTGTGGTCGGAGGTCCT

> F K Q@Q S FPEGFTWEWRVYV TTYEDS GG GVLTAT QDTS L QD
2
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Bsal
BseY1l Stul |

CGGCTGCCTCATCTACAACGTCAAGATCAGAGGGGTGAACTTCCCATCCAACGGCCCTGTGATGCAGAAGAAAACACTCGGCTGGGAGGCCTCCACCGAG
001 LREERRREr=Enn e = e e = e e = e e e =i = e = e e = == 1100
GCCGACGGAGTAGATGTTGCAGTTCTAGTCTCCCCACTTGAAGGGTAGGTTGCCGGGACACTACGTCTTCTTTTGTGAGCCGACCCTCCGGAGGTGGCTC
mKate2 >G6 CLI1 YNVKTIRGVNTFPSNGPVMOQKTEKTLGWEA ASTE

Bgll Bgl1l BssS1 Eco57 Bbsl

I I I
ACCCTGTACCCCGCTGACGGCGGCCTGGAAGGCAGAGCCGACATGGCCCTGAAGCTCGTGGGCGGGGGCCACCTGATCTGCAACTTGAAGACCACATACA
1101 PREEREEr=en e = e e e = e e =i e e == e =i == 1200
TGGGACATGGGGCGACTGCCGCCGGACCTTCCGTCTCGGCTGTACCGGGACTTCGAGCACCCGCCCCCGGTGGACTAGACGTTGAACTTCTGGTGTATGT
mKate2 >T L YPADGG GLEGRADMALTZKTLVYGGGHTLTICNTLTKTTYR

Bbs1
BpuEl SpAcc | Bsal PshAl

GATCCAAGAAACCCGCTAAGAACCTCAAGATGCCCGGCGTCTACTATGTGGACAGAAGACTGGAAAGAATCAAGGAGGCCGACAAAGAGACCTACGTCGA
1200 LREERRREE=en e e = e = e e e e =t e e =i e = e =t =i == 1300
CTAGGTTCTTTGGGCGATTCTTGGAGTTCTACGGGCCGCAGATGATACACCTGTCTTCTGACCTTTCTTAGTTCCTCCGGCTGTTTCTCTGGATGCAGCT
mKate2 > S K KPAKNLSKMPGVY YYVDRRLTETRTIIKEADTEKTETYVE

BseR1
Alel SpAcc |
BssS1 Dra3 Mscl AIlwN1 SpAcc Bmrl] Bgl2 | | SpAcc Hind3

I
GCAGCACGAGGTGGCTGTGGCCAGATACTGCGACCTCCCTAGCAAACTGGGGCACAGAGGTGGAGGAGGTAGATCTGGAAAGGACGAGCTGTAAAAGCTT
301 LERERERE =i e e = e e e e =i e =t = e =i e = =i 1400
CGTCGTGCTCCACCGACACCGGTCTATGACGCTGGAGGGATCGTTTGACCCCGTGTCTCCACCTCCTCCATCTAGACCTTTCCTGCTCGACATTTTCGAA
mKate2 > QHEVAVARYT CDTLTPSIKTLGHR RG® GG GG GRS G
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BstB1 | Pstl] Acc65 1 11

1401

Dral

1501

1601

1701

1801

1
I
EcoR1 Sall Kpnl |1 111
1
1

Xbal Bcl1BsaB1 SpDon

]| 1 I
CGAATTCTGCAGTCGACGGTACCGCGGGCCCGGGATCCACCGGATCTAGATAACTGATCATAATCAGCCATACCACATTTGTAGAGGTTTTACTTGCTTT

L S N N S R Nt Nt NNt NN NN RS RN NN NNN NS N NN NN R elty
GCTTAAGACGTCAGCTGCCATGGCGCCCGGGCCCTAGGTGGCCTAGATCTATTGACTAGTATTAGTCGGTATGGTGTAAACATCTCCAAAATGAACGAAA

Bsml
Mfel] Hpal polyA Psil polyA

AAAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTGTTAACTTGTTTATTGCAGCTTATAATGGTTACAAATAAAGC

R NN Sy N S Nt R et NN N NN N NN NN NN NN RN NN N RN Y Raictlt
TTTTTTGGAGGGTGTGGAGGGGGACTTGGACTTTGTATTTTACTTACGTTAACAACAACAATTGAACAAATAACGTCGAATATTACCAATGTTTATTTCG

polyA Btsl Bsml MlIul SpDon

|
AATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTAACGCGTAAATTGTAAGC

LEEETEEE LR = e e e =t e e e e = e e e e = e e e e e e = e e e e e == e r=pne = 1700
TTATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAACAGGTTTGAGTAGTTACATAGAATTGCGCATTTAACATTCG

Sspl Psil
| |
GTTAATATTTTGTTAAAATTCGCGTTAAATTTTTGTTAAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAATCAAAAGAAT

TR e =i e et e e e e = e e e = e e e = e e = e e =t e = 1800
CAATTATAAAACAATTTTAAGCGCAATTTAAAAACAATTTAGTCGAGTAAAAAATTGGTTATCCGGCTTTAGCCGTTTTAGGGAATATTTAGTTTTCTTA

BsaxXb Drdi BsaXa
|
AGACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGTCCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCAGGG
FRERERrer=eenenenr=enenen e r=eeneneerr=eeenee e r=eenen e rr=enenee e r=eenen e er=enee et r=eenetri > 1900
TCTGGCTCTATCCCAACTCACAACAAGGTCAAACCTTGTTCTCAGGTGATAATTTCTTGCACCTGAGGTTGCAGTTTCCCGCTTTTTGGCAGATAGTCCC
4
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1901

2001

2101

2201

2301

Btgz1l
Dra3] SpAcc

|
CGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAGGTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGA

R R S N NN N S NN NN N S N NN N AN
GCTACCGGGTGATGCACTTGGTAGTGGGATTAGTTCAAAAAACCCCAGCTCCACGGCATTTCGTGATTTAGCCTTGGGATTTCCCTCGGGGGCTAAATCT

Nael
NgoM4 | BsrB1

|
GCTTGACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCG

R N N e NN N g N u N N R NN NN
CGAACTGCCCCTTTCGGCCGCTTGCACCGCTCTTTCCTTCCCTTCTTTCGCTTTCCTCGCCCGCGATCCCGCGACCGTTCACATCGCCAGTGCGACGCGC

polyA

|
TAACCACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTA

R N R e u N e NN S NN NN NN S NN NN N RN R N
ATTGGTGGTGTGGGCGGCGCGAATTACGCGGCGATGTCCCGCGCAGTCCACCGTGAAAAGCCCCTTTACACGCGCCTTGGGGATAAACAAATAAAAAGAT

BciVvl
BspH1 | Ecil
BsrBl | | Sspl Earl Bsu36 Pvu2 |

|
AATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGTCCTGAGGCGGAAAGAACCAGCTGT

RN RN e NN A NN NN S N N NN S AN NN AN RN NN NN
TTATGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACTATTTACGAAGTTATTATAACTTTTTCCTTCTCAGGACTCCGCCTTTCTTGGTCGACA

Nsil
Sphl |
BfrB1 |
BseY1l BstAP | | SexAl

I I 11 I
GGAATGTGTGTCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCAGGTGTGGAAA

RN N S NN AN NNy S NN S AR S NN NN S NN RN NN
CCTTACACACAGTCAATCCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTCCACACCTTT
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2401

Ecil

2501

2601

2701

2801

Nsil
Sphl |
BfrBl |
BseY1 BstAP | | Ecil Ecil Bmril

| I 11 | | I
GTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACT

N N S N RN N N NN N NN S NN RS NN RN NN N NN} hazeitlt
CAGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTATCAGGGCGGGGATTGAGGCGGGTAGGGCGGGGATTGA

Sfil
Ecil Ncol polyA Bgll SpDon

| | | | I
CCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTTATGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGT

N N e N N NN NN N NN NN N NN NN NN RN N NN NN ) Rty
GGCGGGTCAAGGCGGGTAAGAGGCGGGGTACCGACTGATTAAAAAAAATAAATACGTCTCCGGCTCCGGCGGAGCCGGAGACTCGATAAGGTCTTCATCA

Avr2
Stul] BspMm1
BseR1 |1 Clal BsaB1 BfuAl

I | |
GAGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAGATCGATCAAGAGACAGGATGAGGATCGTTTCGCATGATTGAACAAGATGGATTGCACGCAGGTT

N N S R N N N N NN G NN NN NN NN NN Nt RN RN NN NN AN N B
CTCCTCCGAAAAAACCTCCGGATCCGAAAACGTTTCTAGCTAGTTCTCTGTCCTACTCCTAGCAAAGCGTACTAACTTGTTCTACCTAACGTGCGTCCAA

Narl
Eagl Bmril Kas1]

| |
CTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCG

TEEELLEE =R = e e e = e e e =t e e = e e e e =i e e =t === 2800
GAGGCCGGCGAACCCACCTCTCCGATAAGCCGATACTGACCCGTGTTGTCTGTTAGCCGACGAGACTACGGCGGCACAAGGCCGACAGTCGCGTCCCCGC

Drdi Mscl
| |
CCCGGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGC
FREREErer=eenennnrr=enenen e r=eenen e er=enen e e r=eene e rr=enen et e r=eenen e er=enee et r=eenetri > 2900
GGGCCAAGAAAAACAGTTCTGGCTGGACAGGCCACGGGACTTACTTGACGTTCTGCTCCGTCGCGCCGATAGCACCGACCGGTGCTGCCCGCAAGGAACG
6
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Pvu2
Fspl | PFIF1 Eco57 SpDon

I |
GCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCG

2901 LOREERRne=tnn = e e e = e e e = e e e e e =i e = e = e e =i == 3000
CGTCGACACGAGCTGCAACAGTGACTTCGCCCTTCCCTGACCGACGATAACCCGCTTCACGGCCCCGTCCTAGAGGACAGTAGAGTGGAACGAGGACGGC

Btgz1l
BspM1 |
BciVvl BsrD1 BfuAl |

| |
AGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGC

3001 LHLRRRUEEE=Inn = e = e e e e =i n e =i e = eee = e e e=eng= 3100
TCTTTCATAGGTAGTACCGACTACGTTACGCCGCCGACGTATGCGAACTAGGCCGATGGACGGGTAAGCTGGTGGTTCGCTTTGTAGCGTAGCTCGCTCG

Sapl
Earl BpuEl

I |
ACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGAGC

S10L LI e e e = e e e = e e e = e e e = e =i e =t == 3200
TGCATGAGCCTACCTTCGGCCAGAACAGCTAGTCCTACTAGACCTGCTTCTCGTAGTCCCCGAGCGCGGTCGGCTTGACAAGCGGTCCGAGTTCCGCTCG

Sphl Ncol BtgZ1l Ngom4

| | | I
ATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCC

3201 LHREEREEE= i e = e e e e e = e e e =i i< e e =i e === 3300
TACGGGCTGCCGCTCCTAGAGCAGCACTGGGTACCGCTACGGACGAACGGCTTATAGTACCACCTTTTACCGGCGAAAAGACCTAAGTAGCTGACACCGG

BseY1l Sapl
Nael | Rsr2 Ecil Earl Eco57 BssS1

| | | |
GGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTA

3301 LLEEEREEE= e et =i e e e = e e =i e i< e e e e e = e ey e r=e = 3400
CCGACCCACACCGCCTGGCGATAGTCCTGTATCGCAACCGATGGGCACTATAACGACTTCTCGAACCGCCGCTTACCCGACTGGCGAAGGAGCACGAAAT
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3401

3501

3601

3701

3801

Btgz1l
BsrB1l | BsrB1 BstB1

| |
CGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAGCGGGACTCTGGGGTTCGAAATGACCGACCAAGCGA

R N e N u NN S NN S NN NN NN NN S AN NN NN A NN NN NN NN
GCCATAGCGGCGAGGGCTAAGCGTCGCGTAGCGGAAGATAGCGGAAGAACTGCTCAAGAAGACTCGCCCTGAGACCCCAAGCTTTACTGGCTGGTTCGCT

BssS1 Nael
BspM1 NgoM4 |
BfuAl SpAcc Bpml |

| I
CGCCCAACCTGCCATCACGAGATTTCGATTCCACCGCCGCCTTCTATGAAAGGTTGGGCTTCGGAATCGTTTTCCGGGACGCCGGCTGGATGATCCTCCA

N R NN NN N NN NN AN NN A NN NN AN
GCGGGTTGGACGGTAGTGCTCTAAAGCTAAGGTGGCGGCGGAAGATACTTTCCAACCCGAAGCCT TAGCAAAAGGCCCTGCGGCCGACCTACTAGGAGGT

Bpml
SpAcc |
Avr2 | polyA

I
GCGCGGGGATCTCATGCTGGAGTTCTTCGCCCACCCTAGGGGGAGGCTAACTGAAACACGGAAGGAGACAATACCGGAAGGAACCCGCGCTATGACGGCA

N N S N e NN N N N et AN NN R AR NN NN
CGCGCCCCTAGAGTACGACCTCAAGAAGCGGGTGGGATCCCCCTCCGATTGACTTTGTGCCTTCCTCTGTTATGGCCTTCCTTGGGCGCGATACTGCCGT

polyA Bsal

| |
ATAAAAAGACAGAATAAAACGCACGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTTCGGTCCCAGGGCTGGCACTCTGTCGATACCCCACCGAGACCCC

R R e Ny N N N S NN e NN e NN RN NN NN NN NN
TATTTTTCTGTCTTATTTTGCGTGCCACAACCCAGCAAACAAGTATTTGCGCCCCAAGCCAGGGTCCCGACCGTGAGACAGCTATGGGGTGGCTCTGGGG

BStTAP
ATwN1

I
ATTGGGGCCAATACGCCCGCGTTTCTTCCTTTTCCCCACCCCACCCCCCAAGTTCGGGTGAAGGCCCAGGGCTCGCAGCCAACGTCGGGGCGGCAGGLCCC

R N S RN NN N NN NN S U NN AN NN NN NN
TAACCCCGGTTATGCGGGCGCAAAGAAGGAAAAGGGGTGGGGTGGGGGGTTCAAGCCCACTTCCGGGTCCCGAGCGTCGGTTGCAGCCCCGCCGTCCGGG

3500

3600

3700

3800

3900
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3901

4001

4101

4201

4301

Bsu36 Dral Dral BspH1

| I | I
TGCCATAGCCTCAGGTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATG

N N g NN N NN S NN S RN N NN N S AN St NN RN NN R NN
ACGGTATCGGAGTCCAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAACTATTAGAGTAC

BpuEl
|
ACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCT
FEERRRREP R =i e e e e e =t ey r=eee e r=eenee e
TGGTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGGGCATCTTTTCTAGTTTCCTAGAAGAACTCTAGGAAAAAAAGACGCGCATTAGA
Eco57
|
GCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGC
PEERRRREER Ry n e =i e e e e e = eeen e e ===
CGACGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTCTCGATGGTTGAGAAAAAGGCTTCCATTGACCGAAGTCGTCTCG
SpAcc
|
GCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTA
LEETRRREER ey e e =i e e ey e r= e e e e r=eene ey
CGTCTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAGACATCGTGGCGGATGTATGGAGCGAGACGATTAGGACAAT
AlTwN1 BpuEl
| |
CCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTT

R S N N S N S RN R NN N S NN NN NS NN NN NN
GGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCTATCAATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCAA

ApalLl BseY1l SpAcc

4401

| |
CGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGC

R N g N N N g RN NNt NN NN NN AR NN R NN NN
GCACGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGCTTGACTCTATGGATGTCGCACTCGATACTCTTTCGCGGTGCGAAGGGCTTCCCTCTTTCCG

9
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4501

4601

4701

BciVl
Ecil | BssS1 SpAcc

|
GGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGC

R S S N N S S NN N NN S NN AR NN N NN RN NN NN RAN Y st
CCTGTCCATAGGCCATTCGCCGTCCCAGCCTTGTCCTCTCGCGTGCTCCCTCGAAGGTCCCCCTTTGCGGACCATAGAAATATCAGGACAGCCCAAAGCG

Drdl BpuE1l SpAcc Ecil

|
CACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTT

N N S RN G NN N N NN NN NN RN RN NN NN N (Y
GTGGAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACCTTTTTGCGGTCGTTGCGCCGGAAAAATGCCAAGGACCGGAAAA

SpDon Nsil
BspLU] BfrBl |

GCTGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCATGCAT

LRI e = e e e e e e = e e e e e= e e e e =t == 4774
CGACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGTACGTA

10
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Found:

Aat2
BFfuAl
BspLU

Drdi

Nael

Rsr2

Unique:

Acc65
Eagl
PspOM

Not found:

Aarl
BpulO
Ecl?2
Nrul
Sgfl

Acc65
Bgll
BspM1
Eagl
Narl
Sac2

Agel
EcoR1
Pstl

Acll
Bsgl
EcoK
Pacl
SgrAl

Excluded by site

Accl
BsaAl
BsrF1

Fok1l
HpyC4
PpuM1
TspR1

Acil
BsaH1
BssK1l

Hae?2
HpyC5

Rsal

Agel
Bgl2
BsrB1
Earl
Ncol
Sall

Apal
Fspl
Sac2

Afel
BsiWl
EcoN1
PFIM1

Spel

Alel
Bmrl
BsrD1
Ecil
Ndel
Sapl

Asel
Hind3
Sall

AFI2
BsmB1
EcoRV

Pmel

Srfl

complexity:

AFI3
BsaJl
BstF5

Hae3

Mae3
Sau3A

Alul
BsaWl
BstN1

Hgal

Mbo2
Sau96

AIwN1

Bpml
BsrG1
Eco57
NgoM4
SexAl

BamH1
Hpal
SexAl

Ahd1l
BspE1l
FCatB

Pmil1

Swal

Alwl
BseM2
BstUl

Hhal

Mnl1l
SfaN1l

Apal
BpuEl
BssS1
EcoR1

Nhel

Sfil

Bcll
Kasl
Smal

Ascl
BssH2
FCatL

Pvul
T3RNA

Apol
BsiEl
BstY1l
Hinc2

Msel

Sfcl

ApalLl
Bsal
BstAP
Fspl
Nsil
Smal

Bgl2
Kpnl
SnaB1l

AsiS1
BstE2
FCatR
R4atB
T7RNA

Aval
BsiH1
Btgl
Hinfl
Msl1l
Smll

Asel
BsaB1
BstB1
Hind3
PFIF1
SnaB1

BsaXa
Mfel
Xbal

Baela
BstX1
FCatP
R4atL
T7Ter

Ava2
Bsl1l
Cac8
HinP1
MspAl
Styl
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Avr2
BsaXa
Bsu36

Hpal
polyA
SpAcc

BsaXb
MIul

Baelb
BstZ1
ScFRT
R4atP
P1Sce

Banl
BsmAl
CviJl

Hpa2

Mwo1l

Taql

BamH1
BsaXb
BtgZzl

Kasl
PshAl
SpDon

BspLU
Narl

BbvC1l
BxatB
Fsel
R4atR
Xcml

Ban2
BsmF1
Ddel
Hphl
Ncil
Tatl

Bbs1
BseR1
Btsl
Kpnl
Psil
Sphl

BsrD1
Ndel

Bcgla
BxatL
FspAl
Sacl
Xhol

Bbvl
Bspl2
Eael
Hpy99
Nla3
TFil

BciVvl
BseY1
Clal
Mfel
PspOM
Sspl

BsrG1
Nhel

Bcglb
BxatR
1 _Ceu
SanD1
Xmnl

BceAl
BspCa
Eco01
Hpy1l
Nla4
Tsel

Bcll
Bsml
Dral
MIul
Pstl
Stul

Btsl
PFIF1

Blpl
BxatP
loxP
Sbfl

Bfal
BspCb
Faul
Hpy3
Nspl
Tsp45

BfrB1
BspH1
Dra3
Mscl
Pvu2
Xbal

Clal
PshAl

BmgB1
_Chi
Notl
Scal

Bmel5
Bsril
Fnu4H
HpyC3
Plel
Tsp50



