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pFusionRed-tubulin 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).

FusionRed amino acids are shown in red, tubulin amino acids are shown in green, linker amino acids are shown in black.

Asel Bgll
| |
TAGTTATTAATAGTAATCAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCG

e R Rt NN R NN N R NNt N NNy e NN Nt R NN NN NN S BN NN gttt
ATCAATAATTATCATTAGTTAATGCCCCAGTAATCAAGTATCGGGTATATACCTCAAGGCGCAATGTATTGAATGCCATTTACCGGGCGGACCGACTGGC

Aat2 SpAcc Aat2

| |
CCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGT

00 PEEEREREr=rnnnne e = e e == r e e = e e = e e e e e === 200
GGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTGCATACAAGGGTATCATTGCGGTTATCCCTGAAAGGTAACTGCAGTTACCCACCTCATAAATGCCA
Bgll Ndel Aat2 Bgll Bmrl
| |

AAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTA

201 PLRREnnn = e e =i e e = e e e = e e = e e = e e == =™ 300
TTTGACGGGTGAACCGTCATGTAGTTCACATAGTATACGGTTCATGCGGGGGATAACTGCAGTTACTGCCATTTACCGGGCGGACCGTAATACGGGTCAT

BtgZl SnaBl1 Ncol

|
CATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGGA

O N NNt NN S N NNy NN g RN G NN e NN NN g RN NN AN NN R BN NN ety
GTACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTACCACTACGCCAAAACCGTCATGTAGTTACCCGCACCT
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Aat2 Ecil
| |
TAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTA

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

Nhel Afel

ACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGCTAGCGCTA

SO N R S NN e R N NN N NN AR NN R NN NN S NN NN
TGTTGAGGCGGGGTAACTGCGTTTACCCGCCATCCGCACATGCCACCCTCCAGATATATTCGTCTCGACCAAATCACTTGGCAGTCTAGGCGATCGCGAT

SpDon
Alel |
Agel Ncol | | BsrG1 ApalLil

| |
CCGGTCGCCACCATGGTGAGCGAGCTGATTAAGGAGAACATGCCCATGAAGCTGTACATGGAGGGCACCGTGAACAACCACCACTTCAAGTGCACATCCG

L NN N S NN N N St N N S T NN RN NN NN N S NN AR
GGCCAGCGGTGGTACCACTCGCTCGACTAATTCCTCTTGTACGGGTACTTCGACATGTACCTCCCGTGGCACTTGTTGGTGGTGAAGTTCACGTGTAGGC

FusionRed > M Vv S EL I K ENMPMIKLYMEGTVNNHMHIFIKICT S E

SpAcc

I
AGGGCGAAGGCAAGCCCTACGAGGGCACCCAGACCATGAGAATCAAGGTCGTCGAGGGCGGCCCTCTCCCCTTCGCCTTCGACATCCTGGCTACCAGCTT
A N NN S N g N R R NN RN S RN RN N NN RN RN NN
TCCCGCTTCCGTTCGGGATGCTCCCGTGGGTCTGGTACTCTTAGTTCCAGCAGCTCCCGCCGGGAGAGGGGAAGCGGAAGCTGTAGGACCGATGGTCGAA
FusionRed > G E G K P Y E G T Q TMR 11 KV VEGGPLPFAFDILATSF

Bsu36 SpDon

CATGTACGGCAGCAGAACCTTCATCAAGCACCCTCCGGGCATCCCCGACTTCTTTAAGCAGTCCTTCCCTGAGGGCTTCACATGGGAGAGAGTCACCACA
SOL  ILLRTINEE=REn ety = e e e = e e e = e = e e e = ===
GTACATGCCGTCGTCTTGGAAGTAGTTCGTGGGAGGCCCGTAGGGGCTGAAGAAATTCGTCAGGAAGGGACTCCCGAAGTGTACCCTCTCTCAGTGGTGT

FusionRed > M Y G S R T F 1 K H PP G 1 PDFTFKIQSFPEGFTWETRVTT
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Bbs1 Bpml1 BseY1l

| | |
TACGAAGACGGGGGCGTGCTGACCGCTACCCAGGACACCAGCCTCCAGGACGGCTGCCTCATCTACAACGTCAAGGTTAGAGGGGTGAACTTCCCAGCCA

L N N S NN N S N S N N A NN NN RN NN S RN NN e
ATGCTTCTGCCCCCGCACGACTGGCGATGGGTCCTGTGGTCGGAGGTCCTGCCGACGGAGTAGATGTTGCAGTTCCAATCTCCCCACTTGAAGGGTCGGT
FusionRed >Y E D G G V L T A T QD TS L QDGT CTLTIYNVZKVRGVYNTFPAN

BsmB1
BseYl Stul | Bgll

I
ACGGCCCTGTGATGCAGAAGAAAACACTCGGCTGGGAGGCCTCCACCGAGACGATGTACCCCGCTGACGGCGGCCTGGAAGGCGCATGTGACATGGCCCT
001 HREERRREE=Enne e =i e e e e = e e = e = e =t ==
TGCCGGGACACTACGTCTTCTTTTGTGAGCCGACCCTCCGGAGGTGGCTCTGCTACATGGGGCGACTGCCGCCGGACCTTCCGCGTACACTGTACCGGGA
FusionRed > G P V M Q K K T L G WEASTTETMYPADTGTGTLTETGATCDMAIL

BpuE1l
BssS1 Eco57 Bsal BpuEl |

I
GAAGCTCGTGGGCGGGGGCCACCTGATCTGCAACCTTGAGACCACATACAGATCCAAGAAACCCGCTACGAACCTCAAGATGCCCGGCGTCTACAACGTG
KO N NN TN S NN e NN N g N N e ANt NN NN NN NN
CTTCGAGCACCCGCCCCCGGTGGACTAGACGTTGGAACTCTGGTGTATGTCTAGGTTCTTTGGGCGATGCTTGGAGT TCTACGGGCCGCAGATGTTGCAC
FusionRed > K L V 6 G 6 H L I C N L E T TY R S KJKPATNLTIKMPGV YNV

SpAcc
PFIM1 Bsal PshAl BssS1 Dra3 Mscl

I
GACCACAGACTGGAAAGAATCAAGGAGGCCGACGATGAGACCTACGTCGAGCAGCACGAGGTGGCTGTGGCCAGATACTCTACTGGTGGCGCTGGTGATG
1200 LREERERE =i =i e e = e e = e e =i == ==
CTGGTGTCTGACCTTTCTTAGTTCCTCCGGCTGCTACTCTGGATGCAGCTCGTCGTGCTCCACCGACACCGGTCTATGAGATGACCACCGCGACCACTAC
FusionRed >D H R L E R I K E A DDETY VEGQHEVAVARYSTGGATGTDG

Bgl2
SpDon BspEl BseR1 | Ecil

I I
GAGGTAAAGGTGGAGGAGGTTCCGGACTCAGATCTGGCAGCGGTGGAGGCAGCGCATCCGGCGGAAGCGGAAGCGTGCGTGAGTGCATCTCCATCCACGT
O N N N S N S N N S NN e NN NN S NN NN NN RN
CTCCATTTCCACCTCCTCCAAGGCCTGAGTCTAGACCGTCGCCACCTCCGTCGCGTAGGCCGCCTTCGCCTTCGCACGCACTCACGTAGAGGTAGGTGCA
FusionRed > G K G 6 6 6 S G L RS G S G G G S ASGGS G S
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1401

1501

1601

1701

BseY1
BsrD1 | Sacl Mscl
Mscl BstAP] | Ecl2 | BstX1 |

TGGCCAGGCTGGTGTCCAGATTGGCAATGCCTGCTGGGAGCTCTACTGCCTGGAACACGGCATCCAGCCCGATGGCCAGATGCCAAGTGACAAGACCATT

N R St R e N S N N S NN NN e NN NNt NN NN NN
ACCGGTCCGACCACAGGTCTAACCGTTACGGACGACCCTCGAGATGACGGACCTTGTGCCGTAGGTCGGGCTACCGGTCTACGGTTCACTGTTCTGGTAA

SpAcc
Eco57BseR1 BsmB1 | Pmi1l Smal

| | I 1 | |
GGGGGAGGAGATGACTCCTTCAACACCTTCTTCAGTGAGACGGGCGCTGGCAAGCACGTGCCCCGGGCTGTGTTTGTAGACTTGGAACCCACAGTCATTG

NN N N N N N NN NN N NN NN AN NN
CCCCCTCCTCTACTGAGGAAGTTGTGGAAGAAGTCACTCTGCCCGCGACCGTTCGTGCACGGGGCCCGACACAAACATCTGAACCTTGGGTGTCAGTAAC

Bpul0
Sapl |
Earl |

ATGAAGTTCGCACTGGCACCTACCGCCAGCTCTTCCACCCTGAGCAGCTCATCACAGGCAAGGAAGATGCTGCCAATAACTATGCCCGAGGGCACTACAC

N N e N e N R G NN e NN RN RN NN NN NN
TACTTCAAGCGTGACCGTGGATGGCGGTCGAGAAGGTGGGACTCGTCGAGTAGTGTCCGTTCCTTCTACGACGGTTATTGATACGGGCTCCCGTGATGTG

Agel Xcml
Bbsl | BstX1
EcoR1 Eco57ApalLl] | SpAcc |

I
CATTGGCAAGGAGATCATTGACCTTGTGTTGGACCGAATTCGCAAGCTGGCTGACCAGTGCACCGGTCTTCAGGGCTTCTTGGTTTTCCACAGCTTTGGT

R R NN NN N N S NN N NN NN RN NN NN N NN RN
GTAACCGTTCCTCTAGTAACTGGAACACAACCTGGCTTAAGCGTTCGACCGACTGGTCACGTGGCCAGAAGTCCCGAAGAACCAAAAGGTGTCGAAACCA
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1801

1901

2001

2101

2201

Bpml
Xmnl SpDon BsmB1 BseY1 |

| | I
GGGGGAACTGGTTCTGGGTTCACCTCCCTGCTCATGGAACGTCTCTCAGTTGATTATGGCAAGAAGTCCAAGCTGGAGTTCTCCATTTACCCAGCACCCC

N S NN NN S N NN NN N RN S NN NN NN A NN RN NN NN
CCCCCTTGACCAAGACCCAAGTGGAGGGACGAGTACCTTGCAGAGAGTCAACTAATACCGTTCTTCAGGTTCGACCTCAAGAGGTAAATGGGTCGTGGGG

SpAcc
Pvu2 SpDon Bpml

| I |
AGGTTTCCACAGCTGTAGTTGAGCCCTACAACTCCATCCTCACCACCCACACCACCCTGGAGCACTCTGATTGTGCCTTCATGGTAGACAATGAGGCCAT

R R N G NN N N e NN e AN NN S NN NN NN NN
TCCAAAGGTGTCGACATCAACTCGGGATGTTGAGGTAGGAGTGGTGGGTGTGGTGGGACCTCGTGAGACTAACACGGAAGTACCATCTGTTACTCCGGTA

PshAl EcoRV Btsl

| | |
CTATGACATCTGTCGTAGAAACCTCGATATCGAGCGCCCAACCTACACTAACCTTAACCGCCTTATTAGCCAGATTGTGTCCTCCATCACTGCTTCCCTG

R S NN u Nt Nt NN N Sy NN NN S AN RN NN RN NN NN
GATACTGTAGACAGCATCTTTGGAGCTATAGCTCGCGGGTTGGATGTGATTGGAATTGGCGGAATAATCGGTCTAACACAGGAGGTAGTGACGAAGGGAC

EcoR1 SexAl Mscl Ndel

| |
AGATTTGATGGAGCCCTGAATGTTGACCTGACAGAATTCCAGACCAACCTGGTGCCCTACCCCCGCATCCACTTCCCTCTGGCCACATATGCCCCTGTCA

R N NN e N N NN S RN e u NN AN NN A NN RN NN NN
TCTAAACTACCTCGGGACTTACAACTGGACTGTCTTAAGGTCTGGTTGGACCACGGGATGGGGGCGTAGGTGAAGGGAGACCGGTGTATACGGGGACAGT

SpDon
SpAcc SpAcc BstX1 | Ncol

| I I
TCTCTGCTGAGAAAGCCTACCATGAACAGCTTTCTGTAGCAGAGATCACCAATGCTTGCTTTGAGCCAGCCAACCAGATGGTGAAATGTGACCCTCGCCA

RNl N S N e N R S NN NN S NN N NN S RN RN NN
AGAGACGACTCTTTCGGATGGTACTTGTCGAAAGACATCGTCTCTAGTGGTTACGAACGAAACTCGGTCGGTTGGTCTACCACTTTACACTGGGAGCGGT
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SpDon BmgB1 BsrD1

2301

2401

2501

2601

2701

| I |
TGGTAAATACATGGCTTGCTGCCTGTTGTACCGTGGTGACGTGGTTCCCAAAGATGTCAATGCTGCCATTGCCACCATCAAAACCAAGCGCAGCATCCAG

RN N S NN NN S N S RN NN NN N S NN NN Nt AR NN N NN NN Y
ACCATTTATGTACCGAACGACGGACAACATGGCACCACTGCACCAAGGGTTTCTACAGTTACGACGGTAACGGTGGTAGTTTTGGTTCGCGTCGTAGGTC

Mscl

PFIM1 Bgll Alel Bsal EcoN1

| | |
TTTGTGGATTGGTGCCCCACTGGCTTCAAGGTTGGCATCAACTACCAGCCTCCCACTGTGGTGCCTGGTGGAGACCTGGCCAAGGTACAGAGAGCTGTGT

NN N N g N N S NN e NN N AN NN A NN RN NN AR
AAACACCTAACCACGGGGTGACCGAAGTTCCAACCGTAGTTGATGGTCGGAGGGTGACACCACGGACCACCTCTGGACCGGTTCCATGTCTCTCGACACA

Blpl BpulO
Sph1] BsrD1 BbvCl Stul Baelb

|
GCATGCTGAGCAACACCACAGCCATTGCTGAGGCCTGGGCTCGCCTGGACCACAAGTTTGACCTGATGTATGCCAAGCGTGCCTTTGTTCACTGGTACGT

R N NN NN N NN NNt NN NN NN NN NN NN
CGTACGACTCGTTGTGGTGTCGGTAACGACTCCGGACCCGAGCGGACCTGGTGTTCAAACTGGACTACATACGGTTCGCACGGAAACAAGTGACCATGCA

Baela EcoN1 BpuEl BseR1

| |
GGGTGAGGGGATGGAGGAAGGCGAGTTTTCAGAGGCCCGTGAAGATATGGCTGCCCTTGAGAAGGATTATCGAGGAGGTTGGTGTGGATTCTGTTGAAGGA

R NN N NN R S N G NN e NN S NN RN NN
CCCACTCCCCTACCTCCTTCCGCTCAAAAGTCTCCGGGCACTTCTATACCGACGGGAACTCTTCCTAATACTCCTCCAACCACACCTAAGACAACTTCCT

BamH1 Xbal Bcl1BsaB1 SpDon Dral

GAGGGTGAGGAAGAAGGAGAGGAATACTAAGGATCCACCGGATCTAGATAACTGATCATAATCAGCCATACCACATTTGTAGAGGTTTTACTTGCTTTAA

N N g Ny NN NN R N NN RN S NN RN NN
CTCCCACTCCTTCTTCCTCTCCTTATGATTCCTAGGTGGCCTAGATCTATTGACTAGTATTAGTCGGTATGGTGTAAACATCTCCAAAATGAACGAAATT

2400

2500

2600

2700

2800
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2801

2901

3001

3101

3201

3301

Bsml
Mfel] Hpal polyA Psil polyA

AAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTGTTAACTTGTTTATTGCAGCTTATAATGGTTACAAATAAAGCAA

R N S N N N e RN N b NN NN S NN NN RN A RN NS N RN RN Y
TTTTGGAGGGTGTGGAGGGGGACTTGGACTTTGTATTTTACTTACGTTAACAACAACAATTGAACAAATAACGTCGAATATTACCAATGTTTATTTCGTT

polyA Btsl Bsml MIul SpDon

| | I | |
TAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTAACGCGTAAATTGTAAGCGT

R N N e NN g NN S NN S NN NN RN NN NN RS NN
ATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAACAGGTTTGAGTAGTTACATAGAATTGCGCATTTAACATTCGCA

Sspl Psil

| |
TAATATTTTGTTAAAATTCGCGTTAAATTTTTGTTAAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAATCAAAAGAATAG

RN N g SR RN N NN NN N NN RN NS AR NN N NN NN
ATTATAAAACAATTTTAAGCGCAATTTAAAAACAATTTAGTCGAGTAAAAAATTGGTTATCCGGCTTTAGCCGTTTTAGGGAATATTTAGTTTTCTTATC

BsaXb Drdil BsaXa

I
ACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGTCCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCAGGGCG

N N e NN e N ey N N NN N NN e NN NN S AN RN NN
TGGCTCTATCCCAACTCACAACAAGGTCAAACCTTGTTCTCAGGTGATAATTTCTTGCACCTGAGGTTGCAGTTTCCCGCTTTTTGGCAGATAGTCCCGC

BtgZz1l
Dra3] SpAcc

|
ATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAGGTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGC

N N St N NN NN S NN N NN S AN NN N R NN NN RN
TACCGGGTGATGCACTTGGTAGTGGGATTAGTTCAAAAAACCCCAGCTCCACGGCATTTCGTGATTTAGCCTTGGGATTTCCCTCGGGGGCTAAATCTCG

Nael
NgoM4 | BsrB1

|
TTGACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTA

NN N BN E N Nt RN N e NN RS AN N AN
AACTGCCCCTTTCGGCCGCTTGCACCGCTCTTTCCTTCCCTTCTTTCGCTTTCCTCGCCCGCGATCCCGCGACCGTTCACATCGCCAGTGCGACGCGCAT

7
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3401

3501

3601

3701

3801

polyA
|

ACCACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAA

N e NN NN S N S NN NN NN NN S NN RN AR R NS NN RN
TGGTGGTGTGGGCGGCGCGAATTACGCGGCGATGTCCCGCGCAGTCCACCGTGAAAAGCCCCTTTACACGCGCCTTGGGGATAAACAAATAAAAAGATTT

BciVi
BspH1 | Ecil
BsrBl1 | | Sspl Earl Bsu36 Pvu2 |

I I I I | |
TACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGTCCTGAGGCGGAAAGAACCAGCTGTGG

N N g R R R g NN NN S NN A NN NN NN RN
ATGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACTATTTACGAAGTTATTATAACTTTTTCCTTCTCAGGACTCCGCCTTTCTTGGTCGACACC

Nsil
Sphl |
BfrB1l |
BseY1 BstAP | | SexAl

I |
AATGTGTGTCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCAGGTGTGGAAAGT

R N S N e NN N AN NN RN N AN RN NS AN RN NN NN
TTACACACAGTCAATCCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTCCACACCTTTCA

Nsil
Sphl |
BfrBl | Ecil
BseY1 BstAP | | Ecil Ecil Bmrl]

| |
CCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCC

N S BN NN N NN N N NN S NN AR NN NN
GGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTATCAGGGCGGGGATTGAGGCGGGTAGGGCGGGGATTGAGG

Sfil
Ecil Ncol polyA Bgll SpDon

| | [ | I
GCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTTATGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGA

N R e N e NN N NN N RN NN S NN N AN NN NN AR
CGGGTCAAGGCGGGTAAGAGGCGGGGTACCGACTGATTAAAAAAAATAAATACGTCTCCGGCTCCGGCGGAGCCGGAGACTCGATAAGGTCTTCATCACT

8
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Avr2
Stul]
BseR1 || Clal BsaB1 BspM1

| | |
GGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAGATCGATCAAGAGACAGGATGAGGATCGTTTCGCATGATTGAACAAGATGGATTGCACGCAGGTTCT

O N NN e NN NN NN S N RN g NN g NN RN RN NN R NN NN NS U NN NN R e
CCTCCGAAAAAACCTCCGGATCCGAAAACGTTTCTAGCTAGTTCTCTGTCCTACTCCTAGCAAAGCGTACTAACTTGTTCTACCTAACGTGCGTCCAAGA

Narl
Eagl Bmrl Kas1]

| I
CCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCC

4001 QREEEEREPRRRRRn = e = e e =i e e = e e e = e e e == =i = 4100
GGCCGGCGAACCCACCTCTCCGATAAGCCGATACTGACCCGTGTTGTCTGTTAGCCGACGAGACTACGGCGGCACAAGGCCGACAGTCGCGTCCCCGCGG

Drdl Mscl Fspl

| | I
CGGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGC

401 LLLEEEEEr=T e e e e e e e e e= e e e e = e e e = e = e e =i =i e == 4200
GCCAAGAAAAACAGTTCTGGCTGGACAGGCCACGGGACTTACTTGACGTTCTGCTCCGTCGCGCCGATAGCACCGACCGGTGCTGCCCGCAAGGAACGCG

Pvu2 PFIF1 Eco57 SpDon

I |
AGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAG

4201 LR e e e e = e e e = e e e e = e e = e e e =t e = e == 4300
TCGACACGAGCTGCAACAGTGACTTCGCCCTTCCCTGACCGACGATAACCCGCTTCACGGCCCCGTCCTAGAGGACAGTAGAGTGGAACGAGGACGGCTC

Btgz1l
BciVl BsrD1 BspM1 |

| |
AAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCAC

4301 LRI =i e =i e = e e e e = e e e e = e e =i e =i =i e == 4400
TTTCATAGGTAGTACCGACTACGTTACGCCGCCGACGTATGCGAACTAGGCCGATGGACGGGTAAGCTGGTGGTTCGCTTTGTAGCGTAGCTCGCTCGTG

Sapl
Earl BpuEl

I |
GTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGAGCAT

4401 LHEREEnEE=ee e = e e e = e e e =i e e e = e e =i e e =i = e == 4500
CATGAGCCTACCTTCGGCCAGAACAGCTAGTCCTACTAGACCTGCTTCTCGTAGTCCCCGAGCGCGGTCGGCTTGACAAGCGGTCCGAGTTCCGCTCGTA

9
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Nael

Sph1 Ncol Btgz1 Ngom4 |

4501

|
GCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCGG

S R S B N N RN NN NN S NN NN RS N RN NN NN NN
CGGGCTGCCGCTCCTAGAGCAGCACTGGGTACCGCTACGGACGAACGGCTTATAGTACCACCTTTTACCGGCGAAAAGACCTAAGTAGCTGACACCGGCC

Sapl

BseY1 Rsr2 Ecil Earl Eco57 BssS1

4601

4701

4801

4901

I I I I I
CTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACG

RN N N N N g NN S NN NN NN NN RS NN NN
GACCCACACCGCCTGGCGATAGTCCTGTATCGCAACCGATGGGCACTATAACGACTTCTCGAACCGCCGCTTACCCGACTGGCGAAGGAGCACGAAATGC

Btgz1l
BsrB1l | BsrB1 BstB1

| |
GTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAGCGGGACTCTGGGGTTCGAAATGACCGACCAAGCGACG

R N g NN e N NN g NN NN N NN N e AN NN NN AN NN NN NN
CATAGCGGCGAGGGCTAAGCGTCGCGTAGCGGAAGATAGCGGAAGAACTGCTCAAGAAGACTCGCCCTGAGACCCCAAGCTTTACTGGCTGGTTCGCTGC

Nael
BssS1 NgoM4 |
BspM1 SpAcc Bpml |

| I
CCCAACCTGCCATCACGAGATTTCGATTCCACCGCCGCCTTCTATGAAAGGTTGGGCTTCGGAATCGTTTTCCGGGACGCCGGCTGGATGATCCTCCAGC

N Nt N e NN N RN e NN RN NN NN NN NN NN NN NN
GGGTTGGACGGTAGTGCTCTAAAGCTAAGGTGGCGGCGGAAGATACTTTCCAACCCGAAGCCTTAGCAAAAGGCCCTGCGGCCGACCTACTAGGAGGTCG

Bpml
SpAcc |
Avr2 | polyA

I
GCGGGGATCTCATGCTGGAGTTCTTCGCCCACCCTAGGGGGAGGCTAACTGAAACACGGAAGGAGACAATACCGGAAGGAACCCGCGCTATGACGGCAAT

N N R e N N g NN G N NN N S NN RNt AN
CGCCCCTAGAGTACGACCTCAAGAAGCGGGTGGGATCCCCCTCCGATTGACTTTGTGCCTTCCTCTGTTATGGCCTTCCTTGGGCGCGATACTGCCGTTA

10
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5001

5101

5201

5301

5401

5501

polyA Bsal

|
AAAAAGACAGAATAAAACGCACGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTTCGGTCCCAGGGCTGGCACTCTGTCGATACCCCACCGAGACCCCAT

R N S BN NN N S NN NN NN S AR NN RN RN NN NN
TTTTTCTGTCTTATTTTGCGTGCCACAACCCAGCAAACAAGTATTTGCGCCCCAAGCCAGGGTCCCGACCGTGAGACAGCTATGGGGTGGCTCTGGGGTA

BStAP
AlwN1

I
TGGGGCCAATACGCCCGCGTTTCTTCCTTTTCCCCACCCCACCCCCCAAGTTCGGGTGAAGGCCCAGGGCTCGCAGCCAACGTCGGGGCGGCAGGCCCTG

N N S R e NN N NN N S NN R NN NN NN
ACCCCGGTTATGCGGGCGCAAAGAAGGAAAAGGGGTGGGGTGGGGGGTTCAAGCCCACTTCCGGGTCCCGAGCGTCGGTTGCAGCCCCGCCGTCCGGGAC

Bsu36 Dral Dral BspH1
| I | |
CCATAGCCTCAGGTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGAC
N S Nt NN NN N NN S NN A A N S NN S NN RN RN NN R RN RN Y O
GGTATCGGAGTCCAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAACTATTAGAGTACTG
BpuE1l
|
CAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGC
N St N S RN RN N A N S NN N St NN RN NN NN RN RN N
GTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGGGCATCTTTTCTAGTTTCCTAGAAGAACTCTAGGAAAAAAAGACGCGCATTAGACG
Eco57
|
TGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGC

RNl N S N G u N N S N N NN NN S AN NN RN NN NN NN NN
ACGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTCTCGATGGTTGAGAAAAAGGCTTCCATTGACCGAAGTCGTCTCGCG

SpAcc

|
AGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACC

R R NN g NN S N AN NN e AN RN NS NN RN NN RN
TCTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAGACATCGTGGCGGATGTATGGAGCGAGACGATTAGGACAATGG
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AlTwN1 BpuEl
| |
AGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCG

SEOL  LLELELEE= T e e = e e = e =i e = e e e =i =i =™ 5700
TCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCTATCAATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCAAGC

ApalLl BseY1l SpAcc
| | |
TGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGG

STOL L=t e e =i e = e e e e = e e =i e e=e == 5800
ACGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGCTTGACTCTATGGATGTCGCACTCGATACTCTTTCGCGGTGCGAAGGGCTTCCCTCTTTCCGCC

BciVvl
Ecil | BssS1 SpAcc

(. I |
ACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCA

S8OL  LIRTETEIE= T e e =i e =i e e = e e = e =i e e = =™ 5900
TGTCCATAGGCCATTCGCCGTCCCAGCCTTGTCCTCTCGCGTGCTCCCTCGAAGGTCCCCCTTTGCGGACCATAGAAATATCAGGACAGCCCAAAGCGGT

Drdl BpuE1l SpAcc Ecil

| |
CCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGC

SOOL  LHEEELEEr= T e = e e e = e e e = e = e = e e =t e r=ee e =™ 6000
GGAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACCTTTTTGCGGTCGTTGCGCCGGAAAAATGCCAAGGACCGGAAAACG

SpDon Nsil
BspLU| BfrBl |

| 11
TGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCATGCAT

6001  LIITEREIE=T =i e =i e e e = eee e e =i == eozz
ACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGTACGTA
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Found:

Aat2 Afel
Bcll BfrB1
BseR1 BseY1
BstX1 Bsu36
EcoR1 EcoRV
Nsil PFIF1
SnaB1 SpAcc

Unique:

Afel Asel
BsrG1 BstB1
Pmi1 Rsr2

Not found:

Aarl Acc65
BstZ1 BxatB
Hind3 1 _Ceu
R4atR Sac?2
P1Sce Xhol

Excluded by site

Accl Acil
BsaAl BsaH1
BsrF1l BssK1

Fok1 Hae2
HpyC4 HpyC5
PpuM1 Rsal
TspR1

Agel
Bgll
Bsml
BtgZzl
Fspl
PFIM1
SpDon

Baela
Clal
Sacl

Acll
BxatL
Kpnl
Sall

Alel
Bgl2
BsmB1
Btsl
Hpal
Pmi1l
Sphl

Baelb
Eagl
Sfil

AFI2
BxatR
l1oxP
SanD1

complexity:

AFI3
BsaJl
BstF5

Hae3

Mae3
Sau3A

Alul
BsaWl
BstN1

Hgal

Mbo2
Sau96

AlwN1
Bipl
BspE1l
Clal
Kasl
polyA
Sspl

BamH1
Ecl2
Smal

Ahd1l
BxatP
Notl
Sbfl

Alwl
BseM2
BstUl

Hhal

Mnl1l
SfaN1l

ApalLl
BmgB1
BspH1
Dral
MFel
PshAl
Stul

BbvC1
EcoRV
SnaB1

Apal
_Chi
Nrul
Scal

Apol
BsiEl
BstY1l
Hinc2

Msel

Sfcl

Asel
Bmrl
BspLU
Dra3
MIul
Psil
Xbal

Bcll
Fspl
Xbal

Ascl
EcoK
Pacl
Sgfl

Aval
BsiH1
Btgl
Hinfl
Msl1l
Smll

Avr2
Bpml
BspM1
Drdi
Mscl
Pvu2
Xcml

Bgl2
Hpal
Xcml

AsiS1
FCatB

Pmel
SgrAl

Ava2
Bsl1l
Cac8
HinP1
MspAl
Styl
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Baela
BpulO
BsrB1
Eagl
Nael
Rsr2
Xmnl

Blpl
Kasl
Xmnl

Bcgla
FCatL
PspOM

Spel

Banl
BsmAl
CviJl

Hpa2

Mwol

Taql

Baelb
BpuEl
BsrD1
Earl
Narl
Sacl

BmgB1
Mfel

Bcglb
FCatR
Pstl
Srfl

Ban2
BsmF1
Ddel
Hphl
Ncil
Tatl

BamH1
Bsal
BsrG1
Ecil
Ncol
Sapl

BsaXa
MIul

Bsgl
FCatP
Pvul
Swal

Bbvl
Bspl12
Eael
Hpy99
Nla3
TFil

Bbs1
BsaB1
BssS1

Ecl2

Ndel
SexAl

BsaXb
Narl

BsiWwl
ScFRT
R4atB
T3RNA

BceAl
BspCa
Eco01
Hpy1l
Nla4
Tsel

BbvC1l
BsaXa
BstAP
Eco57
NgoM4

Sfil

BspEl
Nhel

BssH2

Fsel
R4atL
T7RNA

Bfal
BspCb
Faul
Hpy3
Nspl
Tsp45

BciVl
BsaXb
BstB1
EcoN1
Nhel
Smal

BspLU
PFIF1

BstE2
FspAl
R4atP
T7Ter

Bmel5
Bsril
Fnu4H
HpyC3
Plel
Tsp50



