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pmKate2-keratin 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, keratin amino acids are shown in green, linker amino acids are shown in black.

Asel Bgll
\ \
TAGTTATTAATAGTAATCAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCG

Lottt rrrt=err e et = e e e e e e et e e et e e e e e e e et e e 100
ATCAATAATTATCATTAGTTAATGCCCCAGTAATCAAGTATCGGGTATATACCTCAAGGCGCAATGTATTGAATGCCATTTACCGGGCGGACCGACTGGC

Aat2 SpAcc Aat2
\ | |
CCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGT

10T prrrrrrrt=rrt et r e et e et et e e e e e e e e et e e e e e e e 200
GGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTGCATACAAGGGTATCATTGCGGTTATCCCTGAAAGGTAACTGCAGTTACCCACCTCATAAATGCCA

Bgll Ndel Aat2 Bgll Bmrl
\ | | | |
AAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTA

A R R R R R N R R R R R R R R R e N R R R R R R N R R R R RN R R R RN N R Ry
TTTGACGGGTGAACCGTCATGTAGTTCACATAGTATACGGTTCATGCGGGGGATAACTGCAGTTACTGCCATTTACCGGGCGGACCGTAATACGGGTCAT

BtgZl SnaBl Ncol
\ \ |
CATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGGA

S R R R R R R N N R R R R R R R R R R R R R R R R R R R N R R R N R R R R R R R RN R
GTACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTACCACTACGCCAAAACCGTCATGTAGTTACCCGCACCT
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401

501
keratin

601
keratin

701
keratin

801
keratin

Aat2 Ecil
| |
TAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTA

FEEEErrrr=rerr et e e e et e e et et t=er ety e e ettt e = e e
ATCGCCAAACTGAGTGCCCCTAAAGGTTCAGAGGTGGGGTAACTGCAGTTACCCTCAAACARAACCGTGGTTTTAGTTGCCCTGAAAGGTTTTACAGCAT

Nhel

|
ACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGCTAGCACCA

FEErrrrrr=errerrrrr=errrrrerr=errrrrrrr=rrrrrrret>rr et rr>err ettt r=err et r=rrr e e
TGTTGAGGCGGGGTAACTGCGTTTACCCGCCATCCGCACATGCCACCCTCCAGATATATTCGTCTCGACCAAATCACTTGGCAGTCTAGGCGATCGTGGT
M
BseY1
Narl | Narl
SpDon Agel Kasl| | Kasl| Eagl

| | . I |
TGAGCTTCACCACTCGCTCCACCTTCTCCACCAACTACCGGTCCCTGGGCTCTGTCCAGGCGCCCAGCTACGGCGCCCGGCCGGTCAGCAGCGCGGCCAG
FEEErrrrr=rrrrrrrrr=errrrrrrr=errrrrrrr=errrrrrrr=rrrrrrrer=errrrrrrr=errrrrrrr=errrrrr e
ACTCGAAGTGGTGAGCGAGGTGGAAGAGGTGGTTGATGGCCAGGGACCCGAGACAGGTCCGCGGGTCGATGCCGCGGGCCGGCCAGTCGTCGCGCCGGETC
s P T T R S T F S T N Y R S L G 8§ V Q A P S Y G A R P V s s A A S

BseY1l _Chi
AlwN1 Eco57BsrB1l | Mscl
| | [ |
CGTCTATGCAGGCGCTGGGGGCTCTGGTTCCCGGATCTCCGTGTCCCGCTCCACCAGCTTCAGGGGCGGCATGGGGTCCGGGGGCCTGGCCACCGGGATA
R N A A A A N R A N N R R N
GCAGATACGTCCGCGACCCCCGAGACCAAGGGCCTAGAGGCACAGGGCGAGGTGGTCGAAGTCCCCGCCGTACCCCAGGCCCCCGGACCGGETGGLCCTAT
vV ¥ A G A G G S G §$S R I s v S R s T s F R GGG MG S G GL AT G I

Bsal SpDon Bsal

| | |
GCCGGGGGTCTGGCAGGAATGGGAGGCATCCAGAACGAGAAGGAGACCATGCAAAGCCTGAACGACCGCCTGGCCTCTTACCTGGACAGAGTGAGGAGCC
FEEErrrrr=errerrrrr=errrrrerr=rrrrrrrrr=rrrrrrret>rr et et err et r=err et r=rer et rrr e
CGGCCCCCAGACCGTCCTTACCCTCCGTAGGTCTTGCTCTTCCTCTGGTACGTTTCGGACTTGCTGGCGGACCGGAGAATGGACCTGTCTCACTCCTCGG

>A G G L. A G M G GI Q N EKETMOQS L ND RULAS Y L D RV R S L

500

600

700

800

900
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BseR1 Bpml Bpml SanD1l Ahdl AlwN1 Bpml

| | | | | | |
TGGAGACCGAGAACCGGAGGCTGGAGAGCAAAATCCGGGAGCACTTGGAGAAGAAGGGACCCCAGGTCAGAGACTGGAGCCATTACTTCAAGATCATCGA

S A A AN A A R R N N N A R el 0)0
ACCTCTGGCTCTTGGCCTCCGACCTCTCGTTTTAGGCCCTCGTGAACCTCTTCTTCCCTGGGGTCCAGTCTCTGACCTCGGTAATGAAGTTCTAGTAGCT
keratin > E T E N R R L E S K I R E H L E K K G P Q V R D W S H Y F K I I E
Bsu36 Bgl2 Pstl Drdl
| | | |
GGACCTGAGGGCTCAGATCTTCGCAAATACTGTGGACAATGCCCGCATCGTTCTGCAGATTGACAATGCCCGTCTTGCTGCTGATGACTTTAGAGTCAAG
0 T o e e o e o A I T I B o W 00
CCTGGACTCCCGAGTCTAGAAGCGTTTATGACACCTGTTACGGGCGTAGCAAGACGTCTAACTGTTACGGGCAGAACGACGACTACTGAAATCTCAGTTC
keratin > D L R A Q I F A N T V D NAUR I VL Q I DN AR L A A DD F R V K
Pf1M1 Pvu2
Mscl SpAcc | Ncol Pstl|

| (. | ||
TATGAGACAGAGCTGGCCATGCGCCAGTCTGTGGAGAACGACATCCATGGGCTCCGCAAGGTCATTGATGACACCAATATCACACGACTGCAGCTGGAGA

10T FE L tx e t* e et e e e r* 1200
ATACTCTGTCTCGACCGGTACGCGGTCAGACACCTCTTGCTGTAGGTACCCGAGGCGTTCCAGTAACTACTGTGGTTATAGTGTGCTGACGTCGACCTCT
keratin >Y E T E L. A M R Q S V. END I H G L R K VI DDTNTITIRIULOQTULE T
Sapl
Earl
BseR1
BpuEl Bpml BspH1 | Earl SpDon Stul

| | [ | | |
CAGAGATCGAGGCTCTCAAGGAGGAGCTGCTCTTCATGAAGAAGAACCACGAAGAGGAAGTAAAAGGCCTACAAGCCCAGATTGCCAGCTCTGGGTTGAC

020 T T o T T o T e o T o T e O I O O I o O O O T R O Y G100
GTCTCTAGCTCCGAGAGTTCCTCCTCGACGAGAAGTACTTCTTCTTGGTGCTTCTCCTTCATTTTCCGGATGTTCGGGTCTAACGGTCGAGACCCAACTG
keratin > E I E A L K E E L L F M K K N H EEE YV K GL Q A Q I A §s s G L T
Apal
BstX1l PspOM |

| | |
CGTGGAGGTAGATGCCCCCAAATCTCAGGACCTCGCCAAGATCATGGCAGACATCCGGGCCCAATATGACGAGCTGGCTCGGAAGAACCGAGAGGAGCTA

L30T P brrrrrr=rrrrrrrrt=rre et t=rrr = e e e e e e et e et e e e e 1400
GCACCTCCATCTACGGGGGTTTAGAGTCCTGGAGCGGTTCTAGTACCGTCTGTAGGCCCGGGTTATACTGCTCGACCGAGCCTTCTTGGCTCTCCTCGAT
keratin >V E V DA AP K S QDL AIZ KTIMADTIU RAQYDETLA ARIEKNIR RETEL
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keratin

keratin

keratin

keratin

keratin

Scal BseRl1 BpulO
BseR1 Bsal Alel | SpDhon BbvCl BsmB1 BsmB1
| | [ | | | |
GACAAGTACTGGTCTCAGCAGATTGAGGAGAGCACCACAGTGCTCACCACACAGTCTGCTGAGGTTGGAGCTGCTGAGACGACGCTCACAGAGCTGAGAC
140 00 EEEEEExE e t*r ==
CTGTTCATGACCAGAGTCGTCTAACTCCTCTCGTGGTGTCACGAGTGGTGTGTCAGACGACTCCAACCTCGACGACTCTGCTGCGAGTGTCTCGACTCTG
>b K Y W S Q Q I E E S T T v L T T Q S A E V G A A E T T L T E L R R

EcoN1
Bsu36 |
BsaXb SpAcc| |
Ahdl Pf1M1 | BsaXa Eco57 ||
| [ | L
GTACAGTCCAGTCCTTGGAGATCGACCTGGACTCCATGAGAAATCTGAAGGCCAGCTTGGAGAACAGCCTGAGGGAGGTGGAGGCCCGCTACGCCCTACA
I A R A R R A N R A A N A N R R R N RN N
CATGTCAGGTCAGGAACCTCTAGCTGGACCTGAGGTACTCTTTAGACTTCCGGTCGAACCTCTTGTCGGACTCCCTCCACCTCCGGGCGATGCGGGATGT
> T v Q §s L E I D L D S M R NT1L KA S L E N S L R E V E AR Y A L Q

Smal
T7Ter Bsgl BamHl BpuEl |
| | | | |
GATGGAGCAGCTCAACGGGATCCTGCTGCACCTTGAGTCAGAGCTGGCACAGACCCGGGCAGAGGGACAGCGCCAGGCCCAGGAGTATGAGGCCCTGCTG
10T LI I*Errrrrrrt*rrrrrrrrt* = e e e
CTACCTCGTCGAGTTGCCCTAGGACGACGTGGAACTCAGTCTCGACCGTGTCTGGGCCCGTCTCCCTGTCGCGGTCCGGGTCCTCATACTCCGGGACGAC
> M E Q L N G I L L H L E S E L A Q T R A E G Q R Q A Q E Y E A L L

Bpml

|
AACATCAAGGTCAAGCTGGAGGCTGAGATCGCCACCTACCGCCGCCTGCTGGAAGATGGCGAGGACTTTAATCTTGGTGATGCCTTGGACAGCAGCAACT
701 0P tx et x> e e e
TTGTAGTTCCAGTTCGACCTCCGACTCTAGCGGTGGATGGCGGCGGACGACCTTCTACCGCTCCTGAAATTAGAACCACTACGGAACCTGTCGTCGTTGA
>N I K V K L E A E I A T Y R RL L E D G E D F NL G DA AULUD S S N S

Bsal EcoRl1l

| |
CCATGCAAACCATCCAAAAGACCACCACCCGCCGGATAGTGGATGGCAAAGTGGTGTCTGAGACCAATGACACCAAAGTTCTGAGGCATCGAATTCTGCA
1801 (U rrr ettt et rr>ert et rrt=rt et ettt ettt ettt et ettt t=r et ettt et et ettt rrrrr*
GGTACGTTTGGTAGGTTTTCTGGTGGTGGGCGGCCTATCACCTACCGTTTCACCACAGACTCTGGTTACTGTGGTTTCAAGACTCCGTAGCTTAAGACGT
> M Q@ T I Q@ K T T T R R I V D G K V Vv s E T ND T K V L R H R I L Q

1500

1600

1700

1800

1900
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mKate2

mKate2

mKate2

mKate2

mKate2

Sall Kpnl ||
Pstl| Acc65 | [

1901

>

2001

2101

2201

2301

BamH1
Smal
Apal |
PspOM ||
Sac2| SpDon
Alel |
Agel Ncol | | BsrGl
| [ |
CCACCGGTCGCCACCATGGTGAGCGAGCTGATTAAGGAGAACATGCACATGAAGCTGTACATGGAGGGCACCGTG
T T T T o e o T o I T A N I
TAGGTGGCCAGCGGTGGTACCACTCGCTCGACTAATTCCTCTTGTACGTGTACTTCGACATGTACCTCCCGTGGCAC
P P V A TM YV S E L I K ENMBHEMI KTLYMEGT V

|
|
|
I | [ |
GTCGACGGTACCGCGGGCC
FEEEEErrr=rrrrrrrnd
CAGCTGCCATGGCGCCCGG
S T VvV P R A

|
|
|
(.
(.
(.
(.
CGGGAT
AN
GCCC
R D

Apall SpAcc

| |

AACAACCACCACTTCAAGTGCACATCCGAGGGCGAAGGCAAGCCCTACGAGGGCACCCAGACCATGAGAATCAAGGCGGTCGAGGGCGGCCCTCTCCCCT
FEErrrrrr=errerrrrr=errrrrerr=errrrrrrrr=rrrrrrret>rr et er>err et r=err et r=rrr e et e

TTGTTGGTGGTGAAGTTCACGTGTAGGCTCCCGCTTCCGTTCGGGATGCTCCCGTGGGTCTGGTACTCTTAGTTCCGCCAGCTCCCGCCGGGAGAGGGGA
N N H H F K CT S E G E G K P Y E GGT Q TMURI KAV EGGUP L P F

TCGCCTTCGACATCCTGGCTACCAGCTTCATGTACGGCAGCAAAACCTTCATCAACCACACCCAGGGCATCCCCGACTTCTTTAAGCAGTCCTTCCCCGA
FEErrrrrr=rrrrrrrrr=errrrrrer=rrrrrrrrr>xerrrrrrrr=rrrrrrrrr>rrrr e r=rr ettt et e
AGCGGAAGCTGTAGGACCGATGGTCGAAGTACATGCCGTCGTTTTGGAAGTAGTTGGTGTGGGTCCCGTAGGGGCTGAAGAAATTCGTCAGGAAGGGGCT

A F DI L A T S F MY G S KT F I NHTOQG I P D F F K Q S F P E

SpDon Bbsl Bpml
| | |
GGGCTTCACATGGGAGAGAGTCACCACATACGAAGACGGGGGCGTGCTGACCGCTACCCAGGACACCAGCCTCCAGGACGGCTGCCTCATCTACAACGTC
CEEETrrrr=rrrrrrrrr=er e e e rrt=rer et e et e =ttt e et et e t=rr et e e r=er e
CCCGAAGTGTACCCTCTCTCAGTGGTGTATGCTTCTGCCCCCGCACGACTGGCGATGGGTCCTGTGGTCGGAGGTCCTGCCGACGGAGTAGATGTTGCAG
G F T W E R V T T Y ED G GV L T AT QD T S L Q DG CUL I Y NV

Bsal

BseYl Stul |

| [
AAGATCAGAGGGGTGAACTTCCCATCCAACGGCCCTGTGATGCAGAAGAAAACACTCGGCTGGGAGGCCTCCACCGAGACCCTGTACCCCGCTGACGGCG
T o T o o T e o A I
TTCTAGTCTCCCCACTTGAAGGGTAGGTTGCCGGGACACTACGTCTTCTTTTGTGAGCCGACCCTCCGGAGGTGGCTCTGGGACATGGGGCGACTGCCGL

>K I R G V N F P S N G P V M Q K KT UL GWUEA A S TETUL Y P A D G G

2000

2100

2200

2300

2400
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2401
mKate2 >

2501
mKate2

2601
mKate2

2701

2801

Bgll Bgll BssS1 Ecob7 Bbsl BpuEl

| | | | | |
GCCTGGAAGGCAGAGCCGACATGGCCCTGAAGCTCGTGGGCGGGGGCCACCTGATCTGCAACTTGAAGACCACATACAGATCCAAGAAACCCGCTAAGAA
R R A N R A R A NN R R R R
CGGACCTTCCGTCTCGGCTGTACCGGGACTTCGAGCACCCGCCCCCGGTGGACTAGACGTTGAACTTCTGGTGTATGTCTAGGTTCTTTGGGCGATTCTT
L E G R A DMATLI KLV G GG HL I CNUILI KTTY R S KK P A K N

Bbsl
SpAcc | Bsal PshAl BssS1 Dra3 Mscl
[ | | | | |
CCTCAAGATGCCCGGCGTCTACTATGTGGACAGAAGACTGGAAAGAATCAAGGAGGCCGACAAAGAGACCTACGTCGAGCAGCACGAGGTGGCTGTGGLCC
FEEEEEr ettt ettt rr=rrtrrrrrr=errtrrrrt=errr ettt >t ettt =ttt r=rrrrrrrre=
GGAGTTCTACGGGCCGCAGATGATACACCTGTCTTCTGACCTTTCTTAGTTCCTCCGGCTGTTTCTCTGGATGCAGCTCGTCGTGCTCCACCGACACCGG
L K M P G VY Y VvV DRI RUILEIZRTIIKEA ADI KET YV E Q HE V A V A

Notl

Eagl
AlwN1 SpAcc Bmrl BsrB1| Xbal BsaB1l SpDon Dral

| | | ] | | | |

AGATACTGCGACCTCCCTAGCAAACTGGGGCACAGATGAGCGGCCGCGACTCTAGATCATAATCAGCCATACCACATTTGTAGAGGTTTTACTTGCTTTA
FEErrrrer=rrr et rrrr=errerrrrt=errr ettt r=er et et r*=er ettt ettt et ettt ettt e e
TCTATGACGCTGGAGGGATCGTTTGACCCCGTGTCTACTCGCCGGCGCTGAGATCTAGTATTAGTCGGTATGGTGTAAACATCTCCAAAATGAACGAAAT
R Y ¢C DL P S KL G H R *

Bsml
Mfel | Hpal polyA Psil polyA
[ | | | |
AAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTGTTAACTTGTTTATTGCAGCTTATAATGGTTACAAATAAAGCA
CEEETErrr=rrrr e e et e e e e t=rrr et e et e =ttt e =t et e e e rr=errrrrrre=
TTTTTGGAGGGTGTGGAGGGGGACTTGGACTTTGTATTTTACTTACGTTAACAACAACAATTGAACAAATAACGTCGAATATTACCAATGTTTATTTCGT

polyA Btsl Bsml Afl12 SpDon

| | | | |
ATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTAAGGCGTAAATTGTAAGCG
FEErrrrer=rrr et rrrr=eererrrrt=errrrrr e et et r*=er ettt ettt e rr=r ettt r=rr e
TATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAACAGGTTTGAGTAGTTACATAGAATTCCGCATTTAACATTCGC

2500

2600

2700

2800

2900
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2901

3001

3101

3201

3301

3401

Sspl Psil
| |
TTAATATTTTGTTAAAATTCGCGTTAAATTTTTGTTAAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAATCAAAAGAATA

FEEEErrrr=rrr et e e e et e e et rr e r=e e ety e et et e ==
AATTATAAAACAATTTTAAGCGCAATTTAAAAACAATTTAGTCGAGTAAAARAATTGGTTATCCGGCTTTAGCCGTTTTAGGGAATATTTAGTTTTCTTAT

BsaXb Drdl BsaXa
| | |
GACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGTCCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCAGGGC

FEEErrrrr=rrr et e e rrr=errrrr et e et e r=eerr ety e ettt et ey e
CTGGCTCTATCCCAACTCACAACAAGGTCAAACCTTGTTCTCAGGTGATAATTTCTTGCACCTGAGGTTGCAGTTTCCCGCTTTTTGGCAGATAGTCCCG

Btgzl
Dra3| SpAcc
[ |
GATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAGGTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAG

FEErrrrrr=rrrrrrrrr=errrrrrer=rrrrrrrrrxerrrrrrrr=rrrrrrrrrxerrr et r=rr ettt et e
CTACCGGGTGATGCACTTGGTAGTGGGATTAGTTCAAAAAACCCCAGCTCCACGGCATTTCGTGATTTAGCCTTGGGATTTCCCTCGGGGGCTAAATCTC

Nael
NgoM4 | BsrB1
[ |
CTTGACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGT

FEEErrrrr=rrrrrrrrr=rrrrrrrrr=errrrrrrr=errrrrrrr=errrrrrrr=errrrrrrr=errrrrrrr=errrrrrrr=errrrrrres
GAACTGCCCCTTTCGGCCGCTTGCACCGCTCTTTCCTTCCCTTCTTTCGCTTTCCTCGCCCGCGATCCCGCGACCGTTCACATCGCCAGTGCGACGCGCA

polyA
|
AACCACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAA

FEEEEErrr=rrr et rr et e e et e e t=e e et = e ettt e == r e
TTGGTGGTGTGGGCGGCGCGAATTACGCGGCGATGTCCCGCGCAGTCCACCGTGARAAGCCCCTTTACACGCGCCTTGGGGATAAACAAATAAAAAGATT

Bcivl
BspH1 | Ecil
BsrB1l | | Sspl Earl Bsu36 Pvu2 |
[ | | | | [
ATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGTCCTGAGGCGGAAAGAACCAGCTGTG

FEEEErrrr=rrr et e e rrr=rrrrrrrrt=rr e et r=errr e e et et rr e
TATGTAAGTTTATACATAGGCGAGTACTCTGTITATTGGGACTATTTACGAAGTTATTATAACTTTTTCCTTCTCAGGACTCCGCCTTTCTTGGTCGACAC

7

3000

3100

3200

3300

3400

3500
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Nsil
Sphl |
BfrB1l |
BseYl BstAP | | SexAl
\ [ |
GAATGTGTGTCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCAGGTGTGGAAAG
3501 (PPt =rr ettt >ttt et et et ettt e t=r et ettt et et e e et e et e
CTTACACACAGTCAATCCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTCCACACCTTTC

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

| o | | I
TCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTC

3601 LT EErrr>rrtr =ttt == e e e e e e e e e e e e
AGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTATCAGGGCGGGGATTGAGGCGGGTAGGGCGGGGATTGAG

Sfil
Ecil Ncol polyA Bgll SpDon
\ | | \ |
CGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTTATGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTG

S R R R R R N R R R R R R R R N R R R R R e R R R R R N N R R R R
GCGGGTCAAGGCGGGTAAGAGGCGGGGTACCGACTGATTAAAAAAAATAAATACGTCTCCGGCTCCGGCGGAGCCGGAGACTCGATAAGGTCTTCATCAC

Avr2
Stul| BspM1
BseR1 | Clal BsaBl BfuAl
N | | |
AGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAGATCGATCAAGAGACAGGATGAGGATCGTTTCGCATGATTGAACAAGATGGATTGCACGCAGGTTC

30T LT EErrr>rrtr =ttt e e e e e e e e e e e e e
TCCTCCGAAAAAACCTCCGGATCCGAAAACGTTTCTAGCTAGTTCTCTGTCCTACTCCTAGCAAAGCGTACTAACTTGTTCTACCTAACGTGCGTCCAAG

Narl

Eagl Bmrl Kasl|
\ | ||
TCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGC

S R R R R R R R R R R R e R R R A R N R R R R R R R R R R
AGGCCGGCGAACCCACCTCTCCGATAAGCCGATACTGACCCGTGTTGTCTGTTAGCCGACGAGACTACGGCGGCACAAGGCCGACAGTCGCGTCCCCGCG

8

3600

3700

3800

3900

4000
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Fspl

Mscl
|

Drdl
\ \
CCGGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCG
FEEETET ettt et e ettt et e =t e et ettt et et et et e et >ttt rir* 4100

4001
GGCCAAGAAAAACAGTTCTGGCTGGACAGGCCACGGGACTTACTTGACGTTCTGCTCCGTCGCGCCGATAGCACCGACCGGTGCTGCCCGCAAGGAACGC

Pvu2 Pf1F1 Eco57 SpDon
\ | |
CAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGA
RN A A N A R A N N R N RN R 2400

4101
GTCGACACGAGCTGCAACAGTGACTTCGCCCTTCCCTGACCGACGATAACCCGCTTCACGGCCCCGTCCTAGAGGACAGTAGAGTGGAACGAGGACGGCT

Btgzl
BspM1
BciVvl BsrDl BfuAl |
| [
GAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCA
T o T T o e o o T o o I I T o I O O I R R R 3G 1010

4201
CTTTCATAGGTAGTACCGACTACGTTACGCCGCCGACGTATGCGAACTAGGCCGATGGACGGGTAAGCTGGTGGTTCGCTTTGTAGCGTAGCTCGCTCGT

Sapl
Earl BpuE1l

CGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGAGCA
RN R R R R R R R R R R R R R R R R R R R R R R NN R R R R R R R0

4301
GCATGAGCCTACCTTCGGCCAGAACAGCTAGTCCTACTAGACCTGCTTCTCGTAGTCCCCGAGCGCGGTCGGCTTGACAAGCGGTCCGAGTTCCGCTCGT

Nael
Sphl Ncol Btgzl NgoM4 |
| |
TGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCG
T e o T e e e T o I T O O I T R R 351010

4401
ACGGGCTGCCGCTCCTAGAGCAGCACTGGGTACCGCTACGGACGAACGGCTTATAGTACCACCTTTTACCGGCGAAAAGACCTAAGTAGCTGACACCGGC
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BseYl

4501

4601

4701

4801

4901

Sapl
Rsr2 Ecil Earl Eco57 BssS1
\ | | \ | |
GCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTAC
R N A A N N A RN RN A N N A
CGACCCACACCGCCTGGCGATAGTCCTGTATCGCAACCGATGGGCACTATAACGACTTCTCGAACCGCCGCTTACCCGACTGGCGAAGGAGCACGAAATG

Btgzl
BsrBl | BsrBl BstB1l
|| | |
GGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAGCGGGACTCTGGGGTTCGAAATGACCGACCAAGCGAC

FEEErrrrr=err et e e rrr=errrrr et e ettt r=errr ety e et et et e e
CCATAGCGGCGAGGGCTAAGCGTCGCGTAGCGGAAGATAGCGGAAGAACTGCTCAAGAAGACTCGCCCTGAGACCCCAAGCTTTACTGGCTGGTTCGCTG

BssS1 Nael
BspM1 NgoM4 |
BfuAl SpAcc Bpml |

\ | o
GCCCAACCTGCCATCACGAGATTTCGATTCCACCGCCGCCTTCTATGAAAGGTTGGGCTTCGGAATCGTTTTCCGGGACGCCGGCTGGATGATCCTCCAG

FEErrrrrr=rrrrrrrrr=errrrrrer=rrrrrrrrr>xerrrrrrrr=rrrrrrrrr>rrrr e r=rr ettt et e
CGGGTTGGACGGTAGTGCTCTAAAGCTAAGGTGGCGGCGGAAGATACTTTCCAACCCGAAGCCTTAGCAAAAGGCCCTGCGGCCGACCTACTAGGAGGTC

Bpml
SpAcc |
Avr2 | polyA
I |
CGCGGGGATCTCATGCTGGAGTTCTTCGCCCACCCTAGGGGGAGGCTAACTGAAACACGGAAGGAGACAATACCGGAAGGAACCCGCGCTATGACGGCAA

FEErrrrrr=rrrrrrrrr=errrrrrer=rrrrrrrrr>errrrrrrr=err e et rrrr e r=rr ettt et e,
GCGCCCCTAGAGTACGACCTCAAGAAGCGGGTGGGATCCCCCTCCGATTGACTTTGTGCCTTCCTCTGTTATGGCCTTCCTTGGGCGCGATACTGCCGTT

polvyA Bsal

\ |
TAAAAAGACAGAATAAAACGCACGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTTCGGTCCCAGGGCTGGCACTCTGTCGATACCCCACCGAGACCCCA

FEEEEErrr=rrr et rrrrrr=errrrr et e et e r=eerr ety e ettt e = e e
ATTTTTCTGTCTTATTTTGCGTGCCACAACCCAGCARACAAGTATTTGCGCCCCAAGCCAGGGTCCCGACCGTGAGACAGCTATGGGGTGGCTCTGGGGT
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5001

5101

5201

5301

5401

5501

BstAP
AlwN1
\
TTGGGGCCAATACGCCCGCGTTTCTTCCTTTTCCCCACCCCACCCCCCAAGTTCGGGTGAAGGCCCAGGGCTCGCAGCCAACGTCGGGGLCGGLCAGGLCELT

FEEErrrrr=rrrrrrrrr=rrrrrrrrr=errrrrrrr=errrrrrrr=errrrrrrr=errrrrrrr=rrrrrrrrr=errrrrrrr=errrrrree=
AACCCCGGTTATGCGGGCGCAAAGAAGGAAAAGGGGTGGGGTGGGGGGTTCAAGCCCACTTCCGGGTCCCGAGCGTCGGTTGCAGCCCCGCCGTCCGGGA

Bsu36 Dral Dral BspH1

\ | | |
GCCATAGCCTCAGGTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGA

FEEEErrrr=rrrrrrrrr=errrrrrrr=rrrrrrrrr=errrrrrrr=rrr et et errr =t rrr e
CGGTATCGGAGTCCAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAACTATTAGAGTACT

BpuE1l
\
CCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTG

FEEEEErrr=rrr et e e e et e e et rr e t=e e ety ettt r e ==
GGTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGGGCATCTTTTCTAGTTTCCTAGAAGAACTCTAGGAAAAAAAGACGCGCATTAGAC

Eco57

\
CTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCG

FEEEErrrr=rrr et rrrrrr=rrrr et rr e r=e e et e e et rxrr et e ==
GACGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTCTCGATGGTTGAGAARAAGGCTTCCATTGACCGAAGTCGTCTCGC

SpAcc
\
CAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTAC

FEErrrrrr=rrrrrrrrr=errrrrrer=rrrrrrrrrxerrrrrrrr=rrrrrrrrr>xrrrr et r=rr et et e
GTCTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAGACATCGTGGCGGATGTATGGAGCGAGACGATTAGGACAATG

AlwN1 BpuEl
\ |
CAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTC

FEEErrrrr=rrr et rrrrrr=errrrr et e e et t=rrr et e et e rrr ey r e
GTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCTATCAATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCARG
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Apall BseYl SpAcc

5601

5701

5801

5901

\ | |

GTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCG
FEEEErrrr=rrr et e e e et e e et rr e r=e e ety e et et e ==
CACGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGCTTGACTCTATGGATGTCGCACTCGATACTCTTTCGCGGTGCGAAGGGCTTCCCTCTTTCCGC

BciVvl
Ecil | BssS1 SpAcc
\ | | |
GACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCC
R N A A A N N RN A N N NN R N
CTGTCCATAGGCCATTCGCCGTCCCAGCCTTGTCCTCTCGCGTGCTCCCTCGAAGGTCCCCCTTTGCGGACCATAGAAATATCAGGACAGCCCAAAGCGG

Drdl BpuE1l SpAcc Ecil
\ | | |
ACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTG

FEErrrrrr=rrrrrrrrr=errrrrrer=rrrrrrrrr>xerrrrrrrr=rrrrrrrrr>rrrr e r=rr ettt et e
TGGAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACCTTTTTGCGGTCGTTGCGCCGGAAAAATGCCAAGGACCGGAAAAC

SpDon Nsil

BspLU | BfrB1 |

|| (.
CTGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCATGCAT

FEEEEEEEr*t e e e e t= et e e e e e e e e e t= e e =iy 5973
GACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGTACGTA
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Found:

Aat?2
BciVvl
BseYl1l
Bsu36

Fspl
Pf1F1l
SexAl

Unique:

Accb5
Clal
Sall

Not found:

Aarl
BssH2
ScFRT
R4atP

Xmnl

Acc65
BfrB1
Bsgl
BtgZzl
Hpal
Pf1M1
Sfil

Afl2
EcoN1
SanD1l

Acll
BstE2
Fsel
R4atR

Excluded by site

Accl
BsaAl
BsrF1l

Fokl
HpyC4
PpuMl
TspR1

Acil
BsaHl1l
BssKl1

Hae?2
HpyC5

Rsal

Afl2
BfuAl
Bsml
Btsl
Kasl
polvyA
Smal

Asel
EcoRl1l
Scal

Afel
Bstzl
FspAl

Sacl

Agel
Bgll
BsmB1
_Chi
Kpnl
PshAl
SnaB1l

BbvC1l
Fspl
SexAl

Ascl
BxatB
Hind3

Sbfl

complexity:

Af1l3
BsadJl
BstFb5

Hae3

Mae3
Sau3A

Alul
BsaWl
BstN1

Hgal

Mbo2
Sau9o

Ahdl
Bgl2
BspH1
Clal
Mfel
Psil
SpAcc

Bgl2
Hpal
Sfil

AsiSl
BxatL
I Ceu

Sgfl

Alwl
BseM2
BstUlL

Hhal

Mnll
SfaN1l

Alel
Bmrl
BspLU
Dral
Mscl
PspOM
SpDon

BpulO
Kpnl
SnaBl

Baela
BxatR

loxP
SgrAl

Apol
BsiEl
BstY1l
Hinc2

Msel

Sfcl

AlwN1
Bpml
BspM1
Dra3
Nael
Pstl
Sphl

Bsgl
Mfel
T7Ter

Baelb
BxatP
Mlul
Spel

Aval
BsiH1
Btgl
Hinfl
Msll
Smll

Apal
BpulO
BsrBl1

Drdl

Narl

Pvu2

Sspl

BspLU
Ndel
Xbal

Bcgla
Ecl2
Nrul
Srfl

Ava?2
Bsll
Cac8
HinP1l
MspAl
Styl
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Apall
BpuE1l
BsrD1
Eagl
Ncol
Rsr2
Stul

BsrD1
Nhel

Bcglb
EcoK
Pacl
Swal

Banl
BsmAl
CvidJl

HpaZ2

Mwol

Tagl

Asel
Bsal
BsrGl
Earl
Ndel
Sac2
T7Ter

BsrGl
Notl

Bcll
EcoRV
Pmel
T3RNA

Ban2
BsmF'1
Ddel
Hphl
Ncil
Tatl

Avr2
BsaBl
BssS1

Ecil
NgoM4

Sall

Xbal

BstBl
Pf1lF1l

Blpl
FCatB
Pmll
T7RNA

Bbvl
Bspl2
Eael
Hpy99
Nla3
Tfil

BamH1
BsaXa
BstAP
Ecob57

Nhel
SanD1l

BstX1
PshAl

BmgB1
FCatL

Pvul
PISce

BceAl
BspCa
EcoO1l
Hpyl
Nla4
Tsel

Bbsl
BsaXb
BstB1
EcoN1

Notl

Sapl

Btsl
Rsr2

BsiWl
FCatR
R4atB

Xcml

Bfal
BspCb
Faul
Hpy3
Nspl
Tsp45

BbvCl
BseR1
BstX1
EcoR1l
Nsil
Scal

_Chi
Sac2

BspEl
FCatP
R4atL

Xhol

Bmel5
Bsrl
FnudH
HpyC3
Plel
Tsp50



