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p2FP-RNAI 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 shown in bold blue. The location given specifies the 3’ end of the cut DNA (the base to the left of the cut site). MCS

sequence is shown in frame.

Asel Bgll

|
TAGTTATTAATAGTAATCAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCG

o= e = e e = e = e e = e =i = e = == 100
ATCAATAATTATCATTAGTTAATGCCCCAGTAATCAAGTATCGGGTATATACCTCAAGGCGCAATGTATTGAATGCCATTTACCGGGCGGACCGACTGGC

Aat2 Aat2

I
CCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGT

O NN N NN NN N e NN e AN el NN NN RN NNt NN NN A RN RN Rt
GGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTGCATACAAGGGTATCATTGCGGTTATCCCTGAAAGGTAACTGCAGTTACCCACCTCATAAATGCCA

Bgll Ndel Aat2 Bgll Bmrl

I
AAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTA

L NN S Nl N RN S N N S NN N NN S NN NN AU N ety
TTTGACGGGTGAACCGTCATGTAGTTCACATAGTATACGGTTCATGCGGGGGATAACTGCAGTTACTGCCATTTACCGGGCGGACCGTAATACGGGTCAT

BtgZl SnaBl Ncol

|
CATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGGA

3oL THHRREEnr=en e e = e e e e = e e e = e e e = e e e =t e = e =i == 400
GTACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTACCACTACGCCAAAACCGTCATGTAGTTACCCGCACCT

1
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Aat2 Ecil

I |
TAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTA

e N NN S NN N S N S AN St N N NN S RN S NN RN NN NN NN AN RN N
ATCGCCAAACTGAGTGCCCCTAAAGGTTCAGAGGTGGGGTAACTGCAGTTACCCTCAAACAAAACCGTGGTTTTAGTTGCCCTGAAAGGTTTTACAGCAT

Nhel Afel

| |
ACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGCTAGCGCTA

L N S N S NN ey R A R R S NN S NN NN A NN NN NN
TGTTGAGGCGGGGTAACTGCGTTTACCCGCCATCCGCACATGCCACCCTCCAGATATATTCGTCTCGACCAAATCACTTGGCAGTCTAGGCGATCGCGAT

Ncol
Agel Ncol BsrB1 BsaXa | BsaxXb
| | |
CCGGTCGCCACCATGGAGAGCGACGAGAGCGGCCTGCCCGCCATGGAGATCGAGTGCCGCATCACCGGCACCCTGAACGGCGTGGAGTTCGAGCTGGTGG
6oL  LEELIERERr=tneneeenr=eene et r=eeene e er=eeeene e r=eeeeeneer=eee e r=eeeeeeenr=eee eyt
GGCCAGCGGTGGTACCTCTCGCTGCTCTCGCCGGACGGGCGGTACCTCTAGCTCACGGCGTAGTGGCCGTGGGACTTGCCGCACCTCAAGCTCGACCACC
TurboGFP > M E S D ESGLPAMUEII ECWR 1T TG TLNGV EF E L V
PFIM1
Pmil1 |
Narl BspMi | |
Sapl Kas1] BfuAl I |
_Chi Ecil Earl Eco57 11 Blpl | 1 1

| I |
GCGGCGGAGAGGGCACCCCCGAGCAGGGCCGCATGACCAACAAGATGAAGAGCACCAAAGGCGCCCTGACCTTCAGCCCCTACCTGCTGAGCCACGTGAT

LA e N S N N S N N N S NN N NN St NN NN
CGCCGCCTCTCCCGTGGGGGCTCGTCCCGGCGTACTGGTTGTTCTACTTCTCGTGGTTTCCGCGGGACTGGAAGTCGGGGATGGACGACTCGGTGCACTA
TurboGFP >G G G E G T P E Q G R M T N K MK STIKGALTTFSPYLLSHVM

BseY1l Bsgl Xmnl

GGGCTACGGCTTCTACCACTTCGGCACCTACCCCAGCGGCTACGAGAACCCCTTCCTGCACGCCATCAACAACGGCGGCTACACCAACACCCGCATCGAG
O NN S NN N e N e A N S NN e NN NN RN NN
CCCGATGCCGAAGATGGTGAAGCCGTGGATGGGGTCGCCGATGCTCTTGGGGAAGGACGTGCGGTAGTTGTTGCCGCCGATGTGGTTGTGGGCGTAGCTC

TurboGFP > G Y G F Y H F 6 T YP S GYENPTFLHAINNGGYTNTR R E
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TurboGFP

TurboGFP

TurboGFP

TurboGFP

Fsel

Nael |

Eagl |

Bsgl Eco57 Pmil NgomM4 | |

AAGTACGAGGACGGCGGCGTGCTGCACGTGAGCTTCAGCTACCGCTACGAGGCCGGCCGCGTGATCGGCGACTTCAAGGTGATGGGCACCGGCTTCCCCG
L N S NN N S NN S NN N S NN e NN NN NN S NN NNy ey
TTCATGCTCCTGCCGCCGCACGACGTGCACTCGAAGTCGATGGCGATGCTCCGGCCGGCGCACTAGCCGCTGAAGTTCCACTACCCGTGGCCGAAGGGGC
>K Y EDGGV LHVSFSYRYEAGRVYVIGDTFI KVMGTSGTF®P

Ncol
BspM1
BfuAl
Bsgl Aarl BsaB1l Eco57

I I I
AGGACAGCGTGATCTTCACCGACAAGATCATCCGCAGCAACGCCACCGTGGAGCACCTGCACCCCATGGGCGATAACGATCTGGATGGCAGCTTCACCCG
100 PRERRRREr=Ennee = e e e e = e e = e == == 1100
TCCTGTCGCACTAGAAGTGGCTGTTCTAGTAGGCGTCGTTGCGGTGGCACCTCGTGGACGTGGGGTACCCGCTATTGCTAGACCTACCGTCGAAGTGGGC
>ED SV IFTDIKTII1IRSNATVEUHLUHPMGDNDTLTDGSTFTR

BsaXb BsaXa BseY1l Pstl PspOM

| I I
CACCTTCAGCCTGCGCGACGGCGGCTACTACAGCTCCGTGGTGGACAGCCACATGCACT TCAAGAGCGCCATCCACCCCAGCATCCTGCAGAACGGGGGC
1101 RREERRREr=enn e = e e e e e =i e e e e =t e = e = =i e === 1200
GTGGAAGTCGGACGCGCTGCCGCCGATGATGTCGAGGCACCACCTGTCGGTGTACGTGAAGTTCTCGCGGTAGGTGGGGTCGTAGGACGTCTTGCCCCCG
> T FSLRDG GGYYSSVVDSHMHTFZKSATILIHPSILGOQNTGS®G

Ecil
Apal | BseR1 BseY1l
|
CCCATGTTCGCCTTCCGCCGCGTGGAGGAGGATCACAGCAACACCGAGCTGGGCATCGTGGAGTACCAGCACGCCTTCAAGACCCCGGATGCAGATGCCG
1201 [REERRner=eenneneer=reneneeer=eeeneneer=eeneneeer=eeeneeeer=eeneeeeer=enee e e r<eee e et e 1300
GGGTACAAGCGGAAGGCGGCGCACCTCCTCCTAGTGTCGTTGTGGCTCGACCCGTAGCACCTCATGGTCGTGCGGAAGTTCTGGGGCCTACGTCTACGGC
>~ P M F A FRRVEEIDWHSNTETLSGTI1 V EY QHAFIKTUPUDATDA
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TurboGFP

1301

>

1401

1501

1601

1701

1801

Xhol Hind3 Kpnl
BpuEl Bgl2 | Sacl | Sall Acc65 | Smal BsaB1

i i i i | | | i |
GTGAAGAATGATICCCGGAAGATCTCGAGCTCAAGCTTCGTCGACGGTACCGCCCGGGACTI CTAGCTAGATCATAATCAGCCATACCACATTTGTAGAGGT
PREREREer=rgeenener=enenee e r=eenen e rr=enee e ner=eee e eenesgeereeener=eeeenenr=eenenener=eennenen e
CACTTCTTACTAGGGCCTTCTAGAGCTCGAGTTCGAAGCAGCTGCCATGGCGGGCCCTGAGATCGATCTAGTATTAGTCGGTATGGTGTAAACATCTCCA

G E E =

Bsml
Dral MFel] Hpal Psil

| |
TTTACTTGCTTTAAAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTGTTAACTTGTTTATTGCAGCTTATAATGGT
PEREREREE=PE = e r=ee e = e r=ee e nr=eee e ener=eeeereenr=eee e eeer=enei -
AAATGAACGAAATTTTTTGGAGGGTGTGGAGGGGGACTTGGACTTTGTATTTTACTTACGTTAACAACAACAATTGAACAAATAACGTCGAATATTACCA
Btsl Bsml MIul
|
TACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTAACGCG
PEREREREE=Ee = e r=ee = ner=eeeereenr=eeeeerner=eeeeeeenr=eeereeeer=enei e
ATGTTTATTTCGTTATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAACAGGTTTGAGTAGTTACATAGAATTGCGC
Sspl Psil
| |
TAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATTTTTGTTAAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATA
PEREEREEETR e = e e e = e e e e r=ee e e = e e e e ey et
ATTTAACATTCGCAATTATAAAACAATTTTAAGCGCAATTTAAAAACAATTTAGTCGAGTAAAAAATTGGTTATCCGGCTTTAGCCGTTTTAGGGAATAT
BsaXb Drdil BsaXa

|
AATCAAAAGAATAGACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGTCCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAAC

L St R RN RN N S R A N S NN g NN NN ANl b
TTAGTTTTCTTATCTGGCTCTATCCCAACTCACAACAAGGTCAAACCTTGTTCTCAGGTGATAATTTCTTGCACCTGAGGTTGCAGTTTCCCGCTTTTTG
Btgz1l
Dra3|

CGTCTATCAGGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAGGTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGC

RN R g N Gt NN Nt NN NN S NN Rt AU NN NN NN
GCAGATAGTCCCGCTACCGGGTGATGCACTTGGTAGTGGGATTAGT TCAAAAAACCCCAGCTCCACGGCATTTCGTGATTTAGCCTTGGGATTTCCCTCG
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1901

2001

2101

2201

2301

Nael
Ngom4 | BsrB1

|
CCCCGATTTAGAGCTTGACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCGGGCGCTAGGGCGCTGGCAAGTGTAGCGG

R g N N S NN S N S N g N NN NN RN S NN Y
GGGGCTAAATCTCGAACTGCCCCTTTCGGCCGCTTGCACCGCTCTTTCCTTCCCTTCTTTCGCTTTCCTCGCCCGCGATCCCGCGACCGTTCACATCGCC

TCACGCTGCGCGTAACCACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTG

RN N S N e N N g NN NN St NN NN A NN NN NN RN
AGTGCGACGCGCATTGGTGGTGTGGGCGGCGCGAATTACGCGGCGATGTCCCGCGCAGTCCACCGTGAAAAGCCCCTTTACACGCGCCTTGGGGATAAAC

BciVvl
BspH1 |
BsrBl | | Sspl Earl Bsu36

TTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGTCCTGAGGCGGAA

RN NN e N R St NN N N g SN N S AN St NN NN g NN AR
AAATAAAAAGATTTATGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACTATTTACGAAGTTATTATAACTTTTTCCTTCTCAGGACTCCGCCTT

Ecil
Pvu2 |

AGAACCAGCTGTGGAATGTGTGTCAGTTAGTAATAGTAATCAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGG

R S N S NN R e N N S AN N NN NN S RN NN NN A NN N NN NN
TCTTGGTCGACACCTTACACACAGTCAATCATTATCATTAGTTAATGCCCCAGTAATCAAGTATCGGGTATATACCTCAAGGCGCAATGTATTGAATGCC

Bgll Aat2
| |
TAAATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACG

NN S N N S NN N Gt AN S AN NN RN N RN NN S NN RN NN
ATTTACCGGGCGGACCGACTGGCGGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTGCATACAAGGGTATCATTGCGGTTATCCCTGAAAGGTAACTGC

Aat2 Bgll Ndel Aat2

2401

| I | |
TCAATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGG

RN R ey N e Nl R NN R S NN Ny NN NN St NN AR AR AN
AGTTACCCACCTCATAAATGCCATTTGACGGGTGAACCGTCATGTAGTTCACATAGTATACGGTTCATGCGGGGGATAACTGCAGTTACTGCCATTTACC
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JRed

2501

2601

2701

2801

2901

Bgll Bmrl BtgZl SnaB1l Ncol

|
CCCGCCTGGCATTATGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTT

N R g RN e N R N N NN S N N N RN S NN A N NN NN NN NN
GGGCGGACCGTAATACGGGTCATGTACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTACCACTACGCCAAAA

Aat2
[
GGCAGTACATCAATGGGCGTGGATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCA
PERREREEE=T R e = e e e e = e v e r=ee e e = e e e = e e = e =g
CCGTCATGTAGTTACCCGCACCTATCGCCAAACTGAGTGCCCCTAAAGGTTCAGAGGTGGGGTAACTGCAGTTACCCTCAAACAAAACCGTGGTTTTAGT
Ecil
|
ACGGGACTTTCCAAAATGTCGTAACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTG
PERERERETPE =i e = e e e e = ee e e r=ee e e = e e r=eeee e =i er=eeennnr
TGCCCTGAAAGGTTTTACAGCATTGTTGAGGCGGGGTAACTGCGTTTACCCGCCATCCGCACATGCCACCCTCCAGATATATTCGTCTCGACCAAATCAC
BspH1 BssS1 Bbsl Xhol
| |
AACCGTCAGATCCGCTAGTAAGAAACCATTATTATCATGACATTAACCTATAAAAATAGGCGTATCACGAGGCCCTTTCGTCTTCACCTCGAGAAATCAT
PEREREREE PR e = ee e e e r=ee e e = r=eeee e r=een e e er=eenineger
TTGGCAGTCTAGGCGATCATTCTTTGGTAATAATAGTACTGTAATTGGATATTTTTATCCGCATAGTGCTCCGGGAAAGCAGAAGTGGAGCTCTTTAGTA
BsrB1 Psil Mfel BsrB1 EcoR1
| [
AAAAAATTTATTTGCTTTGTGAGCGGATAACAATTATAATAGATTCAATTGTGAGCGGATAACAATTTCACACAGAATTCATTAAAGAGGAGAAATTAAC

RNl NN N e N R e NN RN NN NN g NN NN RN S AN NN
TTTTTTAAATAAACGAAACACTCGCCTATTGTTAATATTATCTAAGTTAACACTCGCCTATTGTTAAAGTGTGTCTTAAGTAATTTCTCCTCTTTAATTG

BseR1 BamH1

3001

>

I I
TATGAGAGGATCGCATCACCATCACCATCACGGATCCGACGAGGATGGTTCAGAGGGCGGCCCCGCCCTGTTCCAGAGCGACATGACCTTCAAAATCTTC
R R S R S N RN NN u N St NN NN NS NN RN NN NN AR
ATACTCTCCTAGCGTAGTGGTAGTGGTAGTGCCTAGGCTGCTCCTACCAAGTCTCCCGCCGGGGCGGGACAAGGTCTCGCTGTACTGGAAGTTTTAGAAG

M RGSHUHHUHHHMHGSDETDTGSTETG®GPALTFQSTDMTFK I F
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JRed

JRed

JRed

JRed

JRed

Bsal
Alel Apalil Dra3]

I
ATCGACGGCGAGGTGAACGGCCAGAAGTTCACCATCGTGGCCGACGGCAGCAGCAAGTTCCCCCACGGCGACTTCAACGTGCACGCCGTGTGCGAGACCG
e RN S N NN S N A NN NN S NN N RN AN NN NN SN NN Y
TAGCTGCCGCTCCACTTGCCGGTCTTCAAGTGGTAGCACCGGCTGCCGTCGTCGTTCAAGGGGGTGCCGCTGAAGTTGCACGTGCGGCACACGCTCTGGC
>1 DGEV NG QKTFTIVADGSSIKTFPHGDTFNVHAVTCET

PFIM1

GCAAGCTGCCCATGAGCTGGAAGCCCATCTGCCACCTGATCCAGTACGGCGAGCCCTTCTTCGCCCGCTACCCCAACGGCATCAGCCACTTCGCCCAGGA
Rz N N S NN e N e N NN N NN e NN NN NN NN NN NN
CGTTCGACGGGTACTCGACCTTCGGGTAGACGGTGGACTAGGTCATGCCGCTCGGGAAGAAGCGGGCGATGGGGTTGCCGTAGTCGGTGAAGCGGGTCCT

>6 K LPMSWKPICHTLTIOQYGEZPFTFARYZPNG GISHTFATQ QE

Bpul0 Alel

I I
GTGCTTCCCCGAGGGCCTGAGCATCGACCGCACCGTGCGCTTCGAGAACGACGGCACCATGACCAGCCACCACACCTACGAGCTGGACGGCACCTGCGTG
R O N NN RN S NNy N N N S A AN N NN S NN NNy
CACGAAGGGGCTCCCGGACTCGTAGCTGGCGTGGCACGCGAAGCTCTTGCTGCCGTGGTACTGGTCGGTGGTGTGGATGCTCGACCTGCCGTGGACGCAC
> CFPEGLSIDRTVREFENDGTMTSHHTYETLTDTGTTCV

BspM1 _Chi
BfuAl PFIM1 |
Aarl Pvu2 | | Bsal BspLU

I I
GTCAGCCGCATCACCGTGAACTGCGACGGCTTCCAGCCCGACGGCCCCATCATGCGCGACCAGCTGGTGGACATCCTGCCCAACGAGACCCACATGTTCC
L N NN S N N NN N N RN S NN RN NN NN S NN NN
CAGTCGGCGTAGTGGCACTTGACGCTGCCGAAGGTCGGGCTGCCGGGGTAGTACGCGCTGGTCGACCACCTGTAGGACGGGTTGCTCTGGGTGTACAAGG
>V SRI1TVNCDGFQPDGPTIMRDI QLVDILPNETHMEF

Pvu2

I
CCCACGGCCCCAACGCCGTGCGCCAGCTGGCCTTCATCGGCTTCACCACCGCCGACGGCGGCCTGATGATGGGCCACTTCGACAGCAAGATGACCTTCAA
Lo NN S N NN S N NN S NN S NN N NN NN NN NN SN NN N i
GGGTGCCGGGGTTGCGGCACGCGGTCGACCGGAAGTAGCCGAAGTGGTGGCGGCTGCCGCCGGACTACTACCCGGTGAAGCTGTCGTTCTACTGGAAGTT
>P HGPNAVRQLAFIGFTTADSGG GLMMGHTFDSZKMTFN
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JRed

JRed

Kan"/Neo"

Kan"/Neo"

Kan"/Neo"

Dra3 Pml1

I I
CGGCAGCCGCGCCATCAAGATCCCCGGCCCCCACTTCGTGACCATCATCACCAAGCAGATGAGGGACACCAGCGACAAGCGCGACCACGTGTGCCAGCGC
LU N NN S NN N N NN NN S AN AN NN NN S RN NN
GCCGTCGGCGCGGTAGTTCTAGGGGCCGGGGGTGAAGCACTGGTAGTAGTGGTTCGTCTACTCCCTGTGGTCGCTGTTCGCGCTGGTGCACACGGTCGCG
> 6 SRAI1 KI1PGPHTFVYTII1ITKI QMRDTSDIEKTR RDIUHVTCAQR

BspM1
BstE2 Dra3 EcoRV BFfuAl

I | I I
GAGGTGACCTACGCCCACAGCGTGCCCCGCATCACCAGCGCCATCGGTAGCGACGAGGATGGATCTCGGGTAGATATCTCGGCCATTGAACAAGATGGAT
A NN S Ny N Sy N NN S NN A NN NN NN RN N RN NN
CTCCACTGGATGCGGGTGTCGCACGGGGCGTAGTGGTCGCGGTAGCCATCGCTGCTCCTACCTAGAGCCCATCTATAGAGCCGGTAACTTGTTCTACCTA
>EV TYAHSVPRITSAIOGSDETDSGSRVYDISATIETQ QTDSG

Eagl Bmrl

I I
TGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTC
O N N N S Ny N SN N NN S NN AN N NN NN S NN NN
ACGTGCGTCCAAGAGGCCGGCGAACCCACCTCTCCGATAAGCCGATACTGACCCGTGTTGTCTGTTAGCCGACGAGACTACGGCGGCACAAGGCCGACAG
>LHAGSPAAWVYERTLTFGYDWAQQTIGCSDAAVTFRTLS

Narl
Kas1] Drdi Mscl

I I
AGCGCAGGGGCGCCCGGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACG
R O N S NN N e N NN N R e NN g NN RN NN NN
TCGCGTCCCCGCGGGCCAAGAAAAACAGTTCTGGCTGGACAGGCCACGGGACTTACTTGACGTTCTGCTCCGTCGCGCCGATAGCACCGACCGGTGCTGC
> AQGRPVLFVKTDLSGALNETLI QDEAARLSWLATT

Pvu2
Fspl | PFIF1 Eco57

I
GGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACC
4001 IEELREEEr= e e e e = e = e == e e ===
CCGCAAGGAACGCGTCGACACGAGCTGCAACAGTGACTTCGCCCTTCCCTGACCGACGATAACCCGCTTCACGGCCCCGTCCTAGAGGACAGTAGAGTGG
>G6GVPCAAVLDVVTEAGRTDWLTLTLTGEVFPGQDTLTLS S H
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Kan'/Neo"

Kan'/Neo"

Kan'/Neo"

Kan"/Neo"

Kan"/Neo"

Btgzi
BspM1 |
BciVvl BsrD1 BfuAl |

I I
TTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATCG
e A NN S NN NN Sy NN NN NN S RN e NN NN NN
AACGAGGACGGCTCTTTCATAGGTAGTACCGACTACGTTACGCCGCCGACGTATGCGAACTAGGCCGATGGACGGGTAAGCTGGTGGTTCGCTTTGTAGC
>L APAEKVY SI MADAMRRLUHTLDTPATT CPTFDUHTI QATIKHTR

Sapl
Earl BpuEl

I I
CATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGG
n e NN N S NN N S NN NN N S NN NN RN S NN NN RN RN
GTAGCTCGCTCGTGCATGAGCCTACCTTCGGCCAGAACAGCTAGTCCTACTAGACCTGCTTCTCGTAGTCCCCGAGCGCGGTCGGCTTGACAAGCGGTCC
> I ERARTRMEAGLVYDO QDT DTLTDTETEH= QGLAPAETLTFAR

Sphl Ncol BtgZ1

| I l
CTCAAGGCGAGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGATTCA
me e N N NN NN e N S NN NN S NN R S NN RN NN NN NN RN
GAGTTCCGCTCGTACGGGCTGCCGCTCCTAGAGCAGCACTGGGTACCGCTACGGACGAACGGCTTATAGTACCACCTTTTACCGGCGAAAAGACCTAAGT
>LKASMPDGETDTLVVTHGDATCLPNIMYVENTGT RTFSGF

BseY1l
Nael | Sapl
NgoM4 | | Rsr2 Ecil Earl Eco57

| I | |
TCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTT

S NN S NN N S N Sl NN S NN S AN RN N NN NN NN NN RN SRR RN
AGCTGACACCGGCCGACCCACACCGCCTGGCGATAGTCCTGTATCGCAACCGATGGGCACTATAACGACTTCTCGAACCGCCGCTTACCCGACTGGCGAA

>~ b ¢ G RL GV ADWIRYOQDI AL ATWRDI A EEWLGSGEWADRF

Btgz1l
BssS1 BsrBl | BsrB1 BstB1

| | |
CCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAGCGGGACTCTGGGGTTCGAAATGA

R NN Nt NN NN S RN RN NN S NN RN NN RN S NN RN RN
GGAGCACGAAATGCCATAGCGGCGAGGGCTAAGCGTCGCGTAGCGGAAGATAGCGGAAGAACTGCTCAAGAAGACTCGCCCTGAGACCCCAAGCTTTACT

> L viLyYy Il AAPDSQRI A FYRULLDEFF *
9
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4601

4701

4801

4901

5001

5101

BssS1 Nael
BspM1 NgoM4 |
BfuAl Bpml |

CCGACCAAGCGACGCCCAACCTGCCATCACGAGATTTCGATTCCACCGCCGCCTTCTATGAAAGGTTGGGCTTCGGAATCGTTTTCCGGGACGCCGGCTG

N N e R g N NN S NN S NN S NN NN NN S RN NN NN NN
GGCTGGTTCGCTGCGGGTTGGACGGTAGTGCTCTAAAGCTAAGGTGGCGGCGGAAGATACTTTCCAACCCGAAGCCTTAGCAAAAGGCCCTGCGGCCGAC

Bpml
Avr2 |

GATGATCCTCCAGCGCGGGGATCTCATGCTGGAGTTCTTCGCCCACCCTAGGGGGAGGCTAACTGAAACACGGAAGGAGACAATACCGGAAGGAACCCGC
PEREREREr=te =i r=ee e e <o nr=eee e rner=eeeereenr=eee =i
CTACTAGGAGGTCGCGCCCCTAGAGTACGACCTCAAGAAGCGGGTGGGATCCCCCTCCGATTGACTTTGTGCCTTCCTCTGTTATGGCCTTCCTTGGGCG
Bsal
|
GCTATGACGGCAATAAAAAGACAGAATAAAACGCACGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTTCGGTCCCAGGGCTGGCACTCTGTCGATACCC
PERREREEET e = e = e =i e e e r=ee e e r=ee e e = e e = e =i e
CGATACTGCCGTTATTTTTCTGTCTTATTTTGCGTGCCACAACCCAGCAAACAAGTATTTGCGCCCCAAGCCAGGGTCCCGACCGTGAGACAGCTATGGG

CACCGAGACCCCATTGGGGCCAATACGCCCGCGTTTCTTCCTTTTCCCCACCCCACCCCCCAAGTTCGGGTGAAGGCCCAGGGCTCGCAGCCAACGTCGG

PREREREer=eenenener=enenen e r=eenee e rr=enee e eer=eee e nenr=eeneeener=eee e e e r=eeeenener=eennene =
GTGGCTCTGGGGTAACCCCGGTTATGCGGGCGCAAAGAAGGAAAAGGGGTGGGGTGGGGGGTTCAAGCCCACTTCCGGGTCCCGAGCGTCGGTTGCAGCC
BstAP
AlwN1 Bsu36 Dral Dral

I I
GGCGGCAGGCCCTGCCATAGCCTCAGGTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTT
N ey Nt A el N N gt RN S N RN St NN NN St NN NN RN

CCGCCGTCCGGGACGGTATCGGAGTCCAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAA
BspH1
GATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTC

RN N N S AR N S RN N S N NN AN S RN NN NN RN RN
CTATTAGAGTACTGGTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGGGCATCTTTTCTAGTTTCCTAGAAGAACTCTAGGAAAAAAAG
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5201

5301

5401

5501

5601

5701

BpuE1l Eco57

| |
TGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGG

NN N g N AN N S RN NN R S NN NN AN S AR RN NN AN RN
ACGCGCATTAGACGACGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTCTCGATGGTTGAGAAAAAGGCTTCCATTGACC

CTTCAGCAGAGCGCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTG

RNl N g N S N Nt NN S NN S NN N g U NN NN R NN NN
GAAGTCGTCTCGCGTCTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAGACATCGTGGCGGATGTATGGAGCGAGAC

AlwN1 BpuEl

| I
CTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCT
LN S NN S NN N S NN g NN S NN S NN NNt NN NN
GATTAGGACAATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCTATCAATGGCCTATTCCGCGTCGCCAGCCCGA

ApalLl BseY1

GAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGA
N N N S N g N S NN NN NN NN NN
CTTGCCCCCCAAGCACGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGCTTGACTCTATGGATGTCGCACTCGATACTCTTTCGCGGTGCGAAGGGCT

BciVvl
Ecil | BssS1

|
AGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCT
PELERRREE<T R e e =i ey r=ee =iy eer=eeeennnnr-
TCCCTCTTTCCGCCTGTCCATAGGCCATTCGCCGTCCCAGCCTTGTCCTCTCGCGTGCTCCCTCGAAGGTCCCCCTTTGCGGACCATAGAAATATCAGGA
Drdi BpuEl Ecil
| I |
GTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGT

N N e NN S N RN NN S NN NNy NN NN A NNy
CAGCCCAAAGCGGTGGAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACCTTTTTGCGGTCGTTGCGCCGGAAAAATGCCA
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Nsil
BspLU BfrBl |

|
TCCTGGCCTTTTGCTGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCATGCAT

S8OL  TLLHEENE= e = e e e e = e e e e = e e e = e e e = e e e =i = 58se
AGGACCGGAAAACGACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGTACGTA

Found:

Aarl Aat2  Acc65 Afel Agel Alel  AlwN1 Apal ApalLl Asel Avr2 BamH1 Bbsl BciVvl
BfrB1l BfuAl Bgll Bgl2 Blpl Bmrl Bpml BpulO BpuEl Bsal BsaB1 BsaXa BsaXb BseR1
BseY1 Bsgl Bsml BspH1 BspLU BspM1 BsrB1 BsrD1 BssS1 BsStAP BstB1 BstE2 Bsu36 BtgZl

Btsl _Chi Dral Dra3 Drdi Eagl Earl Ecil Eco57 EcoR1 EcoRV Fsel Fspl Hind3

Hpal Kasl Kpnl Mfel MIul Mscl Nael Narl Ncol Ndel NgoMm4 Nhel Nsil PFIF1
PFIM1 Pml1 Psil PspOM Pstl Pvu2 Rsr2 Sacl Sall Sapl Smal SnaB1 Sphl Sspl

Xhol Xmnl

12
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Unique:

Acc65
BstB1

PTIF1

Not found

Acll
BspEl
Pacl
Stul

Excluded

Accl
BsaAl
BsrF1l

Fok1
HpyC4
Ppumi
TspR1

Afel
BstE2

PspOM

AFfI2
BsrG1
Pmel
Swal

by site

Acil
BsaH1
BssK1l

Hae2
HpyC5

Rsal

Agel
Btsl

Pstl

Ahd1
BssH2
PshAl
PISce

Apal
EcoR1

Rsr2

Ascl
BstX1
Pvul
Xbal

complexity:

ATI3
BsaJl
BstF5

Hae3

Mae3

Sau3A

Alul
BsaWl
BstN1

Hgal

Mbo2
Sau96

Asel

EcoRV

Sacl

AsiS1
Bstz1l
Sac?2
Xcml

Alwl
BseM2
BstUl

Hhal

Mnl1
SfaN1

Avr2
Fsel

Sall

Baela
Clal
SanD1

Apol
BsiEl
BstY1l
Hinc2

Msel

Sfcl

BamH1
Fspl

Smal

Baelb
EcoK
Sbfl

Aval
BsiH1
Btgl
Hinfl
Msl1
Smll

Bbs1
Hind3

Sphl

BbvC1l
EcoN1
Scal

Ava2
Bsl1l
Cac8
HinP1
MspAl
Styl
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BfrB1l
Hpal

Xmnl

Bcgla
ScFRT
SexAl

Banl
BsmAl
CviJl

Hpa2

Mwol

Taql

Bgl2

Kpnl

Bcglb
FspAl
Sfil

Ban2
BsmF1
Ddel
Hphl
Ncil
Tatl

Blpl

MIul

Bcll
1_Ceu
Sgfl

Bbv1
Bspl2
Eael
Hpy99
Nla3
Tfil

BpulO

Mscl

BmgB1
loxP
SgrAl

BceAl
BspCa
Eco0O1
Hpy1l
Nla4
Tsel

BsrD1

Nhel

Bsiwi
Notl
Spel

Bfal
BspCb
Faul
Hpy3
Nspl
Tsp45

BstAP

Nsil

BsmB1
Nrul
Srfl

Bmel5
Bsril
Fnu4H
HpyC3
Plel
Tsp50



