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pmKate2-zyxin 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 base pairs 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, Zyxin amino acids are shown in green, linker amino acids 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



www.evrogen.com

Aat2 Ecil
| |
TAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTA
T T T o T T o T I T o I T O I T B I Y 00

401
ATCGCCAAACTGAGTGCCCCTAAAGGTTCAGAGGTGGGGTAACTGCAGTTACCCTCAAACAAAACCGTGGTTTTAGTTGCCCTGAAAGGTTTTACAGCAT
Nhel Afel
| |
ACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGCTAGCGCTA
SOL Tttt =ttt ettt et rt=r ettt et er=r et rrr=er et e r>er ettt rrrrrrr* 600
TGTTGAGGCGGGGTAACTGCGTTTACCCGCCATCCGCACATGCCACCCTCCAGATATATTCGTCTCGACCAAATCACTTGGCAGTCTAGGCGATCGCGAT
Hind3
Xhol Sacl | EcoRl
BpuEl Bgl2 | Ecl2 | |BstBl | Ncol BsmB1 Bsal
| | | [ [ | | |
CCGGACTCAGATCTCGAGCTCAAGCTTCGAATTCCATGGCGGCCCCCCGCCCGTCTCCCGCGATCCCCGTTTCGGTCTCGGCTCCGGCTTTTTACGCCCC
G100 e e o T o o e e o o A T Y T IR A 0]
GGCCTGAGTCTAGAGCTCGAGTTCGAAGCTTAAGGTACCGCCGGGGGGCGGGCAGAGGGCGCTAGGGGCAAAGCCAGAGCCGAGGCCGAAANAATGCGGGG
Zyxin > M A A P R P S P A I PV S V S A P A F Y A P
BssH2
Apal |
BseYl1| |
PspOM || |
Xmnl SpDon Xmnl Smal | |
| | | [
GCAGAAGAAGTTCGGCCCTGTGGTGGCCCCAAAGCCCAAAGTGAATCCCTTCCGGCCCAGGGACAGCGAGCCTCCCCCGGCACCCGGGGLCCAGLGLGLA
A A N R A R R A N R RN RN R 10

CGTCTTCTTCAAGCCGGGACACCACCGGGGTTTCGGGTTTCACTTAGGGAAGGCCGGGTCCCTGTCGCTCGGAGGGGGCCGTGGGCCCCGGGTCGCGLGT
> Q K K F G P V V A P K P K VNP FURPRUD S E P P P A P G A Q R A

Zyxin
Bbsl

Bgll Xmnl | BseYl BstAP

| I | |
CAGATGGGCCGGGTGGGCGATATTCCCCCGCCGCCCCCGGAAGACTTTCCCCTGCCTCCACCTCCCCTTGCTGGGGATGGCGACGATGCAGAGGGTGCTC

L N R N R R R R A R R R A N R R R N NN R R N Rl

GTCTACCCGGCCCACCCGCTATAAGGGGGCGGCGGGGGCCTTCTGAAAGGGGACGGAGGTGGAGGGGAACGACCCCTACCGCTGCTACGTCTCCCACGAG
Zyxin >0 M G R V G DI P P P P P EDVF P L P P P P L A GDGUDUDA AUZEG A L

2
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901
Zyxin >
1001
Zyxin >
1101
Zyxin >
1201
Zyxin >

BseR1
BseR1 |
Bpml |
Pvul Xmnl SpAcc Bgl2 BseR1l | BspEl
| | | | [ 1 |
TGGGAGGTGCCTTCCCGCCGCCCCCTCCCCCGATCGAGGAATCATTTCCCCCTGCGCCTCTGGAGGAGGAGATCTTCCCTTCCCCGCCGCCTCCTCCGGA
N N A R N A N A A N R RN
ACCCTCCACGGAAGGGCGGCGGGGGAGGGGGCTAGCTCCTTAGTAAAGGGGGACGCGGAGACCTCCTCCTCTAGAAGGGAAGGGGCGGCGGAGGAGGCCT
G G A F P P P P P P I E E S F P P A P L E E E I F P S P P P P P E

BseR1
Bsu36 |
BseR1l| | SpDon Ahdl Btsl
[ | | |

GGAGGAGGGAGGGCCTGAGGCCCCCATACCGCCCCCACCACAGCCCAGGGAGAAGGTGAGCAGTATTGATTTGGAGATCGACTCTCTGTCCTCACTGCTG
RN N N N A N R N R R RN
CCTCCTCCCTCCCGGACTCCGGGGGTATGGCGGGGGTGGTGTCGGGTCCCTCTTCCACTCGTCATAACTAAACCTCTAGCTGAGAGACAGGAGTGACGALC
E E G G P E A P I P P P P Q P R EK V S S I DILE I D S L S S L L

Smal Mscl

| |
GATGACATGACCAAGAATGATCCTTTCAAAGCCCGGGTGTCATCTGGATATGTGCCCCCACCAGTGGCCACTCCATTCAGTTCCAAGTCCAGTACCAAGC
N N A RN A N R A N R RN
CTACTGTACTGGTTCTTACTAGGAAAGTTTCGGGCCCACAGTAGACCTATACACGGGGGTGGTCACCGGTGAGGTAAGTCAAGGTTCAGGTCATGGTTCG
b D M T K ND P F K A RV §$ s G YV pP P PV A T P VF S S K S s T K P

BseYl
Pstl SpAcc | AlwN1l
| I |
CTGCAGCCGGGGGCACAGCACCCCTGCCTCCTTGGAAGTCCCCTTCCAGCTCCCAGCCTCTGCCCCAGGTTCCGGCTCCGGCTCAGAGCCAGACACAGTT
R A N A N AR N N R RN
GACGTCGGCCCCCGTGTCGTGGGGACGGAGGAACCTTCAGGGGAAGGTCGAGGGTCGGAGACGGGGTCCAAGGCCGAGGCCGAGTCTCGGTCTGTGTCAA
A A G GTA AUPULUPUPTWIE K S P S S S QPLPQV PAPW AGO QST OQTOQTF

1000

1100

1200

1300
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Apal
PspOM |

BseY1l BseYl Bsu36 BseY1l BseY1l Bgll]
| | | | | | |

CCATGTTCAGCCCCAGCCCCAGCCCAAGCCTCAGGTCCAACTCCATGTCCAGTCCCAGACCCAGCCTGTGTCTTTGGCTAACACCCAGCCCCGAGGGLCCC
PEEEEEEEr=rrrrrrrrrsrrrrrrrrr=rrrrrrrrr=errrrrrrr=errrrrrer=errrrrrrr=errrrrrrr=errrrrrrr=rrrrrrrrr> 1400

GGTACAAGTCGGGGTCGGGGTCGGGTTCGGAGTCCAGGTTGAGGTACAGGTCAGGGTCTGGGTCGGACACAGAAACCCGATTGTGGGTCGGGGCTCCCGGG
> HV Q P Q P Q P K P QV QLHVYV QS QTOQZPVSILANTIGQTZPUZ RGP

1301

Zyxin

Bpml
BseY1l | Bpml SpAcc
[ | |
CCAGCCTCATCTCCGGCTCCAGCCCCTAAGTTTTCTCCAGTGACTCCTAAGTTTACTCCTGTGGCTTCCAAGTTCAGTCCTGGAGCCCCAGGTGGATCTG
PEEEETT =ttt r=terr e et e et errrrrrrr=rrrrrrrrr=rrrr e e e = e et er e r=rrrrrrrrr* 1500
GGTCGGAGTAGAGGCCGAGGTCGGGGATTCAAAAGAGGTCACTGAGGATTCAAATGAGGACACCGAAGGTTCAAGTCAGGACCTCGGGGTCCACCTAGAC

Zyxin >P A S S P A P A P K F S P VTU?PI KVF TPV A S K VF S P G A P G G S G

1401

Bpml BseYl BseYl
| | |
GGTCACAACCAAATCAAAAATTGGGGCACCCCGAAGCTCTTTCTGCTGGCACAGGCTCCCCTCAACCTCCCAGCTTCACCTATGCCCAGCAGAGGGAGAA
PEEEETT =ttt re =t e et e et e r=er et rr=r et e e =t e e et r et er e r=rrrrrrrrr* 1600
CCAGTGTTGGTTTAGTTTTTAACCCCGTGGGGCTTCGAGAAAGACGACCGTGTCCGAGGGGAGTTGGAGGGTCGAAGTGGATACGGGTCGTCTCCCTICTT
S Q P N Q KL G HPEA ATULSA ASGTG S P QPP S F T VY A Q Q R E K

1501

Zyxin >

Apal

Bsgl PspOM |

Dra3| Apal | |
BstAP| SexAl PspOM | | | SpAcc
|l | | | | | |

GCCCCGAGTGCAGGAGAAGCAGCACCCCGTGCCCCCACCGGCTCAGAACCAAAACCAGGTGCGCTCCCCTGGGGCCCCAGGGCCCCTGACTCTGAAGGAG
PEEEEEEEr=rrrrrrrrr=rrrrrrrrr=errrrrrrr=errrrrrrr=errrrrrer=errrrrrrr=errrrrrrr=errrrrrrr=rrrrrrrrr> 1700

CGGGGCTCACGTCCTCTTCGTCGTGGGGCACGGGGGTGGCCGAGTCTTGGTTTTGGTCCACGCGAGGGGACCCCGGGGTCCCGGGGACTGAGACTTCCTC
> P RV Q E K QHU&PVPPPO AU QNA OQNU QU VI RS SUZPGA ATPGTPTLTTULZKE

1601

Zyxin
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BseY1l
BseR1 | BstAP
Ecob57 Pvu2| | Bpml | Eagl

| Il | I |
GTGGAGGAGCTGGAGCAGCTGACCCAGCAGCTAATGCAGGACATGGAGCATCCTCAGAGGCAGAATGTGGCTGTCAACGAACTCTGCGGCCGATGCCATC

I N R R R R A A R N A R R N NN N R
CACCTCCTCGACCTCGTCGACTGGGTCGTCGATTACGTCCTGTACCTCGTAGGAGTCTCCGTCTTACACCGACAGTTGCTTGAGACGCCGGCTACGGTAG
Zyxin >V EE L E Q L T Q Q L. M Q DMEUHU P QT RU QNUVA AV VNTETLT CSGTZ RTZCHOQ

Alel
BspM1 |
Bpml |
Srfl BfuAl|
Smal BtgZl Pvu2 SpDon Aarl| Fspl
| | | | Il |
AACCCCTGGCCCGGGCGCAGCCAGCCGTCCGCGCTCTAGGGCAGCTGTTCCACATCGCCTGCTTCACCTGCCACCAGTGTGCGCAGCAGCTCCAGGGCCA
IR R N RN N R R R A R R R R N R R RN
TTGGGGACCGGGCCCGCGTCGGTCGGCAGGCGCGAGATCCCGTCGACAAGGTGTAGCGGACGAAGTGGACGGTGGTCACACGCGTCGTCGAGGTCCCGGT
Zyxin > P L A RAOQUPO AV R ALTGU OQTULUT FHTIW AT CT FTT CUHG QT CH BADQ QU OTULIOQTG GO

BspM1

BfuAl

Narl Aarl

SpAcc Kasl| SpAcc Bpml SpAcc SpAcc Bpml |

| I | | | | I
GCAGTTCTACAGTCTGGAGGGGGCGCCGTACTGCGAGGGCTGTTACACTGACACCCTGGAGAAGTGTAACACCTGCGGGGAGCCCATCACTGACCGCATG
IR R RN N R R R A R R R R R R R R R R N N
CGTCAAGATGTCAGACCTCCCCCGCGGCATGACGCTCCCGACAATGTGACTGTGGGACCTCTTCACATTGTGGACGCCCCTCGGGTAGTGACTGGCGTAC

Zyxin > Q F ¥ §Ss L E G A P Y CUEGTCYTUDTULEI KU CNTT CGE P I TD R M

BpulO
BbvCl Alel
Sphl| Stul Btsl SpDbon | Bpml
Il | | ] |
CTGAGGGCCACGGGCAAGGCCTATCACCCGCACTGCTTCACCTGTGTGGTCTGCGCCCGCCCCCTGGAGGGCACCTCCTTCATCGTGGACCAGGCCAACC
A R A R A RN R R A R R R R A AR R R R
GACTCCCGGTGCCCGTTCCGGATAGTGGGCGTGACGAAGTGGACACACCAGACGCGGGCGGGGGACCTCCCGTGGAGGAAGTAGCACCTGGTCCGGTTGG
Zyxin >L R A T G K A Y H P H CUPF T CV V CARPULEGTS F I V D Q A N R

1800

1900
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Zyxin

Zyxin

Zyxin/mKate2 >

mKate2

mKate2

2101

2201

2301

2401

2501

BpulO

|
GGCCCCACTGTGTCCCCGACTACCACAAGCAGTACGCCCCGAGGTGCTCCGTCTGCTCTGAGCCCATCATGCCTGAGCCTGGCCGAGATGAGACTGTGCG
AR R R A R R N R R e e R R A R R R R AR R R N
CCGGGGTGACACAGGGGCTGATGGTGTTCGTCATGCGGGGCTCCACGAGGCAGACGAGACTCGGGTAGTACGGACTCGGACCGGCTCTACTCTGACACGC
P H C VvV P DY H K QY A PRI CSV C S EPIMUPEUPGRDE T V R

SpAcc

|
AGTGGTCGCCCTGGACAAGAACTTCCACATGAAGTGTTACAAGTGTGAGGACTGCGGGAAGCCCCTGTCGATTGAGGCAGATGACAATGGCTGCTTCCCC
R N N R A N R N N R R RN
TCACCAGCGGGACCTGTTCTTGAAGGTGTACTTCACAATGTTCACACTCCTGACGCCCTTCGGGGACAGCTAACTCCGTCTACTGTTACCGACGAAGGGG
v v AL D KNUVF HM K CY K CEDCGI KU?PL S I EA DIDNGTCVF P

SpDon
Alel |
Pmll Btsl BamH1l Agel Ncol |

| | | | [
CTGGACGGTCACGTGCTCTGTCGGAAGTGCCACACTGCTAGAGCCCAGACGGATCCACCGGTCGCCACCATGGTGAGCGAGCTGATTAAGGAGAACATGC
N N A RN A N R N A NN R RN
GACCTGCCAGTGCACGAGACAGCCTTCACGGTGTGACGATCTCGGGTCTGCCTAGGTGGCCAGCGGTGGTACCACTCGCTCGACTAATTCCTCTTGTACG
L D G H VvV L, C R K C H T AWZRW AOQTD P P V A TMV S E L I K ENMH

BsrGl Apall SpAcc
\ | \
ACATGAAGCTGTACATGGAGGGCACCGTGAACAACCACCACTTCAAGTGCACATCCGAGGGCGAAGGCAAGCCCTACGAGGGCACCCAGACCATGAGAAT

NN R R R R N N
TGTACTTCGACATGTACCTCCCGTGGCACTTGTTGGTGGTGAAGTTCACGTGTAGGCTCCCGCTTCCGTTCGGGATGCTCCCGTGGGTCTGGTACTCTTA
M K L YMEGT TV NNUHHUPFIKCTS EGE G K P Y EGT QTMTZ RTI

CAAGGCGGTCGAGGGCGGCCCTCTCCCCTTCGCCTTCGACATCCTGGCTACCAGCTTCATGTACGGCAGCAAAACCTTCATCAACCACACCCAGGGCATC

N R R A R R A N R R N R e R R A R R RN A AR R R N
GTTCCGCCAGCTCCCGCCGGGAGAGGGGAAGCGGAAGCTGTAGGACCGATGGTCGAAGTACATGCCGTCGTTTTGGAAGTAGTTGGTGTGGGTCCCGTAG

> K A vV E G G P L P F A F DI L AT S F MY G S KTUF I NUHTOQG I

2200

2300

2400
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mKate2

mKate2

mKate2

mKate2

mKate2

SpDon Bbsl Bpml

| | |
CCCGACTTCTTTAAGCAGTCCTTCCCCGAGGGCTTCACATGGGAGAGAGTCACCACATACGAAGACGGGGGCGTGCTGACCGCTACCCAGGACACCAGCC
A R A R A R N e R A R R R R A AR R R R
GGGCTGAAGAAATTCGTCAGGAAGGGGCTCCCGAAGTGTACCCTCTCTCAGTGGTGTATGCTTCTGCCCCCGCACGACTGGCGATGGGTCCTGTGGTCGG
>P D F F K Q §S F P E G F T W E RV TT Y EDG GV L T ATQDT S L

Bsal

BseYl Stul |

| [
TCCAGGACGGCTGCCTCATCTACAACGTCAAGATCAGAGGGGTGAACTTCCCATCCAACGGCCCTGTGATGCAGAAGAAAACACTCGGCTGGGAGGCCTC
2701 PP rrrrr=errrrrrrt=er et rrrr et rrr et e e e e et e e e e e e et
AGGTCCTGCCGACGGAGTAGATGTTGCAGTTCTAGTCTCCCCACTTGAAGGGTAGGTTGCCGGGACACTACGTCTTCTTTTGTGAGCCGACCCTCCGGAG

> Q b G €C L I ¥ NV K I RGVNUFU?P S NGUPV M QK KT L G W E A S

Bgll Bgll BssSl Ecob7
| | | |
CACCGAGACCCTGTACCCCGCTGACGGCGGCCTGGAAGGCAGAGCCGACATGGCCCTGAAGCTCGTGGGCGGGGGCCACCTGATCTGCAACTTGAAGACC
1 R A R A R R R R A R R R R A AR R R R
GTGGCTCTGGGACATGGGGCGACTGCCGCCGGACCTTCCGTCTCGGCTGTACCGGGACTTCGAGCACCCGCCCCCGGTGGACTAGACGTTGAACTTCTGG
> T E T L Y P A D GG GL E GRADMATLI KT LV GGG HULICNILI KT

Bbsl
Bbsl BpuEl SpAcc | Bsal
| | [ |
ACATACAGATCCAAGAAACCCGCTAAGAACCTCAAGATGCCCGGCGTCTACTATGTGGACAGAAGACTGGAAAGAATCAAGGAGGCCGACAAAGAGACCT
e R R A R A R N R R A R R R R A NN R R R R
TGTATGTCTAGGTTCTTTGGGCGATTCTTGGAGTTCTACGGGCCGCAGATGATACACCTGTCTTCTGACCTTTCTTAGTTCCTCCGGCTGTTTCTCTGGA
>T Y R S K K P A K N L KM P GV Y Y VDRI RULEIRTII KU EW AUDI KETY

Notl
Eagl
PshAl BssS1 Dra3 Mscl AlwN1l SpAcc Bmrl BsrBl| Xbal BsaB1l
| | | | | | | [ | |
ACGTCGAGCAGCACGAGGTGGCTGTGGCCAGATACTGCGACCTCCCTAGCAAACTGGGGCACAGATGAGCGGCCGCGACTCTAGATCATAATCAGCCATA
K R N AN AN N A R R A N R R R N R N
TGCAGCTCGTCGTGCTCCACCGACACCGGTCTATGACGCTGGAGGGATCGTTTGACCCCGTGTCTACTCGCCGGCGCTGAGATCTAGTATTAGTCGGTAT
> V E Q H E V A VvV A R Y C DL P S K L G H R *

2700

2800
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Bsml
SpDon Dral Mfel | Hpal
| I I |
CCACATTTGTAGAGGTTTTACTTGCTTTAAAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTGTTAACTTGTTTAT
3101 trrrrrrrr=rrrrrrrrr=rrrrrrrrrsrrrrrrrerrrrrrrrrrrrrrrrrrrerrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrr e 3200
GGTGTAAACATCTCCAAAATGAACGAAATTTTTTGGAGGGTGTGGAGGGGGACTTGGACTTTGTATTTTACTTACGTTAACAACAACAATTGAACAAATA

polyA Psil polyA polyA Btsl Bsml
I | | I | [
TGCAGCTTATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCATC
3 O T T o T o T o T T o e I O o A O O R R R O I BRC TC 1010
ACGTCGAATATTACCAATGTTTATTTCGTTATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAACAGGTTTGAGTAG

Afl12 SpDon Sspl
| I
AATGTATCTTAAGGCGTAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATTTTTGTTAAATCAGCTCATTTTTTAACCAATAGGCCGAAATC
I R R A R R R R R R R R R R N RN N R NN N R Ry
TTACATAGAATTCCGCATTTAACATTCGCAATTATAAAACAATTTTAAGCGCAATTTAAAAACAATTTAGTCGAGTAAAAAATTGGTTATCCGGCTTTAG

Psil BsaXb Drdl
| \ \
GGCAAAATCCCTTATAAATCAAAAGAATAGACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGTCCACTATTAAAGAACGTGGACTCCAACG
3401 L LRttt et rr=rer et r*er et et e rx=er ettt e et ettt e et et 3500
CCGTTTTAGGGAATATTTAGTTTTCTTATCTGGCTCTATCCCAACTCACAACAAGGTCAAACCTTGTTCTCAGGTGATAATTTCTTGCACCTGAGGTTGC

BtgZzl
BsaXa Dra3|
| |
TCAAAGGGCGAAAAACCGTCTATCAGGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAGGTGCCGTAAAGCACTAAATCG
200 e e o e e T T o T I I o O I O I B R B R IR 1 Y010
AGTTTCCCGCTTTTTGGCAGATAGTCCCGCTACCGGGTGATGCACTTGGTAGTGGGATTAGTTCAAAAAACCCCAGCTCCACGGCATTTCGTGATTTAGC

Nael
SpAcc NgoM4 | BsrB1l
| I |
GAACCCTAAAGGGAGCCCCCGATTTAGAGCTTGACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCGGGCGCTAGGGCG
12X O T T o T T o T o o I T I I O o B O O R R O O I B WA 00
CTTGGGATTTCCCTCGGGGGCTAAATCTCGAACTGCCCCTTTCGGCCGCTTGCACCGCTCTTTCCTTCCCTTCTTTCGCTTTCCTCGCCCGCGATCCCGL

8
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CTGGCAAGTGTAGCGGTCACGCTGCGCGTAACCACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTTTCGGGGAAATGTGC

3701 Lrrrrrrrrrrrrrrrrr=rrrrrrrrrrrrrrrrrrrrrrrrrrrerrrrrrrrrrrrrrrr ey e e e e e e e e e e e e e
GACCGTTCACATCGCCAGTGCGACGCGCATTGGTGGTGTGGGCGGCGCGAATTACGCGGCGATGTCCCGCGCAGTCCACCGTGAAAAGCCCCTTTACACG

Bcivl
BspH1 |
polyA BsrBl | | Sspl Earl
| o | |
GCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAA
Sl 1 N N N N R A N R R S R R R N N N
CGCCTTGGGGATAAACAAATAAAAAGATTTATGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACTATTTACGAAGTTATTATAACTTTTTCCTT

Nsil

Sphl |

Ecil BfrB1l |

Bsu36 Pvu2 | BseY1l BstAP | |

| [ | o
GAGTCCTGAGGCGGAAAGAACCAGCTGTGGAATGTGTGTCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATC
3901 Lhrrrrrrr=rrrrrrrrr=rrrrrrrrr=rrrrrrrrr=rrrrrrrrrarrrrrrrrrrrrrrrrrrrrrrrrr e rrr e e e
CTCAGGACTCCGCCTTTCTTGGTCGACACCTTACACACAGTCAATCCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAG

Nsil
Sphl |
BfrBl |
SexAl BseY1l BstAP | | Ecil
| | [ |
TCAATTAGTCAGCAACCAGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCARAAGCATGCATCTCAATTAGTCAGCAACCATAGTCCCGCC
4001 frbrrr = et e et e et erxerr e et e et =er e et e et e e e e et e e e e et e e e e e e e r e
AGTTAATCAGTCGTTGGTCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTATCAGGGCGG

Ecil
Ecil Bmrl | Ecil Ncol polyA
| I | | |
CCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTTATGCAGAGGCCGAGGCCGCC
4101 frrrrrrrrxrrrrrrrrr=rrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrr ey rrrr e e e e e e e e e
GGATTGAGGCGGGTAGGGCGGGGATTGAGGCGGGTCAAGGCGGGTAAGAGGCGGGGTACCGACTGATTAAAAAAAATARATACGTCTCCGGCTCCGGCGG

9

3800

3900

4000

4100

4200



www.evrogen.com

Avr2

Sfil Stul|
Bgll SpDon BseR1l || Clal BsaBl

4201

4301

4401

4501

4601

| | Lol | |

TCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAGATCGATCAAGAGACAGGATGAGGATCGTTTCGCATG
RN RN R R R R R R N R R R R N R R R R R R
AGCCGGAGACTCGATAAGGTCTTCATCACTCCTCCGAAAAAACCTCCGGATCCGAAAACGTTTCTAGCTAGTTCTCTGTCCTACTCCTAGCAAAGCGTAC

BspM1
BfuAl Eagl Bmrl
| | |
ATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCG
R R R A R R N R R R e R A N R R R AR R R N
TAACTTGTTCTACCTAACGTGCGTCCAAGAGGCCGGCGAACCCACCTCTCCGATAAGCCGATACTGACCCGTGTTGTCTGTTAGCCGACGAGACTACGGC

Narl
Kasl| Drdl
| |
CCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATC
NN N A RN A N N R R A N RN
GGCACAAGGCCGACAGTCGCGTCCCCGCGGGCCAAGAAAAACAGTTCTGGCTGGACAGGCCACGGGACTTACTTGACGTTCTGCTCCGTCGCGCCGATAG

Pvu?2
Mscl Fspl | Pf1F1 Ecob7
| | | | |
GTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGAT
R R A R R N R R e R e R A R R R R A AR R R N
CACCGACCGGTGCTGCCCGCAAGGAACGCGTCGACACGAGCTGCAACAGTGACTTCGCCCTTCCCTGACCGACGATAACCCGCTTCACGGCCCCGTCCTA

Btgzl

BspM1 |

SpDon Bcivl BsrD1 BfuAl |

| | | [
CTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACC
NN N RN A N A R A N R RN
GAGGACAGTAGAGTGGAACGAGGACGGCTCTTTCATAGGTAGTACCGACTACGTTACGCCGCCGACGTATGCGAACTAGGCCGATGGACGGGTAAGCTGG
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Sapl

Earl

|
ACCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGC
A R AN AN N A R R A N R R A N R N
TGGTTCGCTTTGTAGCGTAGCTCGCTCGTGCATGAGCCTACCTTCGGCCAGAACAGCTAGTCCTACTAGACCTGCTTCTCGTAGTCCCCGAGCGCGGTCG

BpuEl Sphl Ncol BtgZzl

| | | |
CGAACTGTTCGCCAGGCTCAAGGCGAGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGC
1 R R R R e A R N R R R A R NN
GCTTGACAAGCGGTCCGAGTTCCGCTCGTACGGGCTGCCGCTCCTAGAGCAGCACTGGGTACCGCTACGGACGAACGGCTTATAGTACCACCTTTTACCG

BseYl
Nael | Sapl
NgoM4 | | Rsr2 Ecil Earl

Ll | ! |
CGCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTGGCGGCG

4901 Lrrrrrrrr=rrrrrrrrr=rrrrrrrrr=rrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrrr e e e e e e e e e
GCGAAAAGACCTAAGTAGCTGACACCGGCCGACCCACACCGCCTGGCGATAGTCCTGTATCGCAACCGATGGGCACTATAACGACTTCTCGAACCGCCGC

Btgzl
Ecob57 BssS1 BsrB1l | BsrB1
! | [ |
AATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAGCGGGACT

SO0 L rrrrrrrr=rrrrrrrrr=rrrrrrrrr=rrrrrrrrr=errrrrrrr=errrrrrrr=rrrrrrrrr<rrrrrrr e rrr e e e e
TTACCCGACTGGCGAAGGAGCACGAAATGCCATAGCGGCGAGGGCTAAGCGTCGCGTAGCGGAAGATAGCGGAAGAACTGCTCAAGAAGACTCGCCCTGA

BssS1
BspM1
BstBl1 BfuAl SpAcc
| | |
CTGGGGTTCGAAATGACCGACCAAGCGACGCCCAACCTGCCATCACGAGATTTCGATTCCACCGCCGCCTTCTATGAAAGGTTGGGCTTCGGAATCGTTT
SN R N N N R A N A R N S R R N R NN
GACCCCAAGCTTTACTGGCTGGTTCGCTGCGGGTTGGACGGTAGTGCTCTAAAGCTAAGGTGGCGGCGGAAGATACTTTCCAACCCGAAGCCTTAGCAAA
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5201

5301

5401

5501

5601

Nael Bpml
NgoM4 | SpAcc |
Bpml | Avr?2 |

| I
TCCGGGACGCCGGCTGGATGATCCTCCAGCGCGGGGATCTCATGCTGGAGTTCTTCGCCCACCCTAGGGGGAGGCTAACTGAAACACGGAAGGAGACAAT
N R R N N
AGGCCCTGCGGCCGACCTACTAGGAGGTCGCGCCCCTAGAGTACGACCTCAAGAAGCGGGTGGGATCCCCCTCCGATTGACTTTGTGCCTTCCTCTGTTA

polyA polyA

| |
ACCGGAAGGAACCCGCGCTATGACGGCAATAAAAAGACAGAATAAAACGCACGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTTCGGTCCCAGGGCTGG
AR R A R R N R R e N R e R A R R N AR R R N
TGGCCTTCCTTGGGCGCGATACTGCCGTTATTTTTCTGTCTTATTTTGCGTGCCACAACCCAGCAAACAAGTATTTGCGCCCCAAGCCAGGGTCCCGACC

Bsal

|
CACTCTGTCGATACCCCACCGAGACCCCATTGGGGCCAATACGCCCGCGTTTCTTCCTTTTCCCCACCCCACCCCCCAAGTTCGGGTGAAGGCCCAGGGC

NN R R N N N
GTGAGACAGCTATGGGGTGGCTCTGGGGTAACCCCGGTTATGCGGGCGCAAAGAAGGAAAAGGGGTGGGGTGGGGGGTTCAAGCCCACTTCCGGGTCCCG

BstAP
AlwN1 Bsu36 Dral Dral
| | | |
TCGCAGCCAACGTCGGGGCGGCAGGCCCTGCCATAGCCTCAGGTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTA

RN R R R R R R R R R R R N R R R R R
AGCGTCGGTTGCAGCCCCGCCGTCCGGGACGGTATCGGAGTCCAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGAT

BspH1

|
GGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCT

PEEEEErrrrrr ettt e e t=rrr e e e t=rrr et r=e ettt eyt et b e ==
CCACTTCTAGGAAAAACTATTAGAGTACTGGTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGGGCATCTTTTCTAGTTTCCTAGAAGA
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5701

BpuEl
|
TGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTT

NN R R N N N
ACTCTAGGAAAAAAAGACGCGCATTAGACGACGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTCTCGATGGTTGAGAAA

Ecob57 SpAcc

5801

5901

6001

6101

| |

TTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCC
NN R R N N N
AAGGCTTCCATTGACCGAAGTCGTCTCGCGTCTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAGACATCGTGGCGG

AlwN1 BpuEl
| |
TACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAG

NN R R N N N
ATGTATGGAGCGAGACGATTAGGACAATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCTATCAATGGCCTATTC

Apall BseYl SpAcc
| | |
GCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAA

N R R N N
CGCGTCGCCAGCCCGACTTGCCCCCCAAGCACGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGCTTGACTCTATGGATGTCGCACTCGATACTCTTT

BciVvl
Ecil | BssS1
| | |
GCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTG
NN N A RN A A N R N A NN NN
CGCGGTGCGAAGGGCTTCCCTCTTTCCGCCTGTCCATAGGCCATTCGCCGTCCCAGCCTTGTCCTCTCGCGTGCTCCCTCGAAGGTCCCCCTTTGCGGAC
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SpAcc Drdl BpuEl SpAcc Ecil

| | | | |
GTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAAC

S0 R L T T T o e T o T e T T o I O O I R R N R SYC 010
CATAGAAATATCAGGACAGCCCAAAGCGGTGGAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACCTTTTTGCGGTCGTTG
SpDon
BspLU | BfrB1
|l |
GCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCATGC
GG O R T T T o e T o e T T o O O I O N RS20
CGCCGGAAAAATGCCAAGGACCGGAAAACGACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGTACG
Nsil
|
AT
6401 || 6402
TA

14
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Found:

Aarl
BbvCl
BseR1
BstAP
EcoRl1

Nsil

Sfil

Unique:

Afel
BsrGl
Pstl

Not found:

Acc65
BstZl
Fsel
Sac2

Aat2
Bcivl
BseYl
BstBl1

Fspl
Pf1F1l

Smal

Afl2
BssH2
Pvul

Acll
BxatB
FspAl

Sall

Excluded by site

Accl
BsaAl
BsrF1

Fokl
HpyC4
PpuMl
TspR1

Acil
BsaH1
BssK1l

Hae?2
HpyC5

Rsal

Afel
BfrB1
Bsgl
Bsu36
Hind3
Pmll
SnaB1l

Agel
Clal
Rsr2

Ascl
BxatL
I Ceu
SanD1

Afl12
BfuAl
Bsml
BtgZl
Hpal
polyA
SpAcc

Ahdl
Ecl2
Sacl

AsisSl
BxatR
Kpnl
Sbfl

complexity:

Afl13
BsaJl
BstF5

Hae3

Mae3
Sau3A

Alul
BsaWl
BstN1

Hgal

Mbo?2
Sau96

Agel
Bgll
BsmB1
Btsl
Kasl
PshAl
SpDon

Asel
EcoRl
Sfil

Baela
BxatPp
loxP
Scal

Alwl
BseM?2
BstU1

Hhal

Mnll
SfaN1l

Ahdl
Bgl2
BspEl
Clal
Mfel
Psil
Sphl

BamH1
Hind3
SnaB1l

Baelb
_Chi
Mlul
Sgfl

Apol
BsiEl
BstYl
Hinc2

Msel

Sfcl

Alel
Bmrl
BspH1
Dral
Mscl
PspOM
Srfl

BbvCl
Hpal
Srfl

Bcgla
EcoK
Nrul

SgrAl

Aval
BsiH1
Btgl
Hinfl
Msll
Smll

AlwN1
Bpml
BspLU
Dra3
Nael
Pstl
Sspl

BsaXa
Mfel
Xbal

Bcglb
EcoN1
Pacl
Spel

Ava?
Bsll
Cac8
HinP1l
MspAl
Styl
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Apal
BpulO
BspM1

Drdl

Narl

Pvul

Stul

BsaXb
Ndel
Xhol

Bcll
EcoRV
Pf1M1

Swal

Banl
BsmAl
CviJl

HpaZ2

Mwol

Tagl

Apall
BpuEl
BsrBl1
Eagl
Ncol
Pvu?2
Xbal

Bsgl
Nhel

Blpl
FCatB
Pmel
T3RNA

Ban?2
BsmF1
Ddel
Hphl
Ncil
Tatl

Asel
Bsal
BsrDl1
Earl
Ndel
Rsr2
Xhol

BsmB1
Notl

BmgB1l
FCatL
R4atB
T7RNA

Bbvl
Bspl2
Eael
Hpy99
Nla3
Tfil

Avr?2
BsaBl
BsrG1l

Ecil
NgoM4

Sacl

Xmnl

BspEl
Pf1F1

BsiWl
FCatR
R4atL
T7Ter

BceAl
BspCa
EcoO1
Hpyl
Nla4
Tsel

BamH1
BsaXa
BssH2
Ecl2
Nhel
Sapl

BspLU
Pmll

BstE2
FCatP
R4atP
PISce

Bfal
BspCb
Faul
Hpy3
Nspl
Tsp45

Bbsl
BsaXb
BssS1
Eco57

Notl
SexAl

BsrDl1
PshAl

BstX1l
SCFRT
R4atR

Xcml

Bmel5
Bsrl
FnudH
HpyC3
Plel
Tsp50



