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pTagBFP-actin 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 red. The location given specifies the 3’ end of the cut DNA (the base to the left of the cut site). TagBFP amino

acids are shown in bold blue, beta-Actin amino acids are shown in green, linker amino acids are shown in black.

Asel Bgl 1

| |
TAGI TATTAATAGTAATCAATTACGGEGGTCATTAGT TCATAGCCCATATATGGAGT TCCGECGT TACATAACT TACGGT AAAT GECCCGCCTGECTGACCG

O R R R e R R R R R N R N N R N E N A n AN N RRRR AR
ATCAATAATTATCATTAGT TAATGCCCCAGT AATCAAGT AT CGGGTATATACCT CAAGGCGCAAT GTATTGAAT GCCAT T TACCGGGOGGACCGACT GGC

Aat 2 SpAcc Aat 2
| | |
CCCAACGACCCCCGCCCAT TGACGT CAATAATGACGTATGT TCCCATAGT AACGCCAATAGGGACT TTCCAT TGACGT CAATGGGT GGAGTATTTACGGT

O N R Rt R R R R R N Rt R A R RN AN AN AN TR ey
GGGT TGCT GGGGEECGGGT AACT GCAGT TATTACT GCATACAAGGGT ATCAT TGOGGT TATCCCT GAAAGGT AACT GCAGT TACCCACCT CATAAATGCCA

Bgl 1 Ndel Aat 2 Bgll Bmril

| | | | |
AAACTGCCCACT TGECAGTACATCAAGT GTATCATAT GCCAAGT ACGCCCCCTAT TGACGT CAAT GACGGT AAAT GGCCCGCCTGECAT TATGCCCAGTA

O R R R R N N R N R m MmN AN n AN R e
TTTGACGGGT GAACCGT CATGT AGT TCACATAGT ATACGGT TCATGCGGGGEGATAACT GCAGT TACT GCCAT T TACCGGGOGGACCGTAATACGGGT CAT

Bt gZ1 SnaBl Ncol

|
CATGACCTTATGGGACTTTCCTACT TGGCAGTACATCTACGTATTAGT CATCGCTAT TACCATGGT GATGCGGT TTTGGCAGTACATCAAT GGGCGT GGA

Lo B R R R R R R R R N N R NN TN RN EEE A nnA AN e
GTACTGGAATACCCT GAAAGGAT GAACCGT CATGTAGAT GCATAAT CAGTAGCGATAAT GGTACCACT ACGCCAAAACCGT CATGTAGT TACCCGCACCT
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TagBFP

TagBFP

TagBFP

TagBFP

Aat 2 Eci 1
I I
TAGCGGT TTGACT CACGGGGAT TTCCAAGT CTCCACCCCATTGACGT CAATGGCGAGT TTGT TTTGGCACCAAAAT CAACGGGACT TTCCAAAATGT CGTA

S N R R R A A R R R NN E N AR NEN R
ATCGCCAAACT GAGT GCCCCTAAAGGT TCAGAGGT GGGGTAACT GCAGT TACCCT CAAACAAAACCGT GGT TTTAGT TGCCCTGAAAGGT TTTACAGCAT

Nhel

|
ACAACT CCGCCCCATTGACGCAAAT GGGCGEGT AGGCGT GTACGGT GGGAGGT CTATAT AAGCAGAGCT GGT TTAGT GAACCGT CAGATCCGCTAGCGGTC

L N R R R R Rt A N AR AN NN AN RE AR AR
TGTTGAGGCGGGGT AACT GOGT T TACCCGCCAT CCGCACAT GOCACCCT CCAGATATAT TCGT CTCGACCAAAT CACT TGGCAGT CTAGGCGATCGCCAG

Bsr Gl Apalil

I I
GCCACCAT GAGCGAGCTGAT TAAGGAGAACAT GCACAT GAAGCT GT ACAT GGAGGGECACCGT GGACAACCAT CACT TCAAGT GCACAT CCGAGGGCGAAG
L0 B R Rt e N R AN A N A
CGGTGGTACTCGCTCGACTAAT TCCTCT TGTACGT GTACT TCGACAT GTACCT CCOGT GGCACCT GT TGGT AGT GAAGT TCACGT GTAGGCTCCCGCTTC
> MSELI KENMHMKTLYMEGTVDNHUHTFI KT CTSETGEG

SpAcc

|
GCAAGCCCTACGAGGGCACCCAGACCATGAGAAT CAAGGT GGT CGAGGGECGECCCTCTCCCCTTCGCCT TCGACATCCTGGECTACTAGCTTCCTCTACGG
A N e R N R R e R R AN E AR eEEEE R
CGTTCGGGATGCTCCCGT GEGT CTGGTACT CTTAGT TCCACCAGCT CCCGCCECGAGAGEEGAAGCGGAAGCT GTAGGACCGAT GATCGAAGGAGATGCC
> K PYEGTQTMRI KVVEGGPLWPFAFUDI L ATSUFLYG

Bsu36 SpDon

|
CAGCAAGACCT TCATCAACCACACCCAGGGCAT CCCCGACT TCTTCAAGCAGT CCTTCCCT GAGGGCT TCACAT GGGAGAGAGT CACCACATACGAAGAC

L R R R R R R N R R A A AN AR pan AN
GTCGT TCTGGAAGT AGT TGGT GTGGGT CCOGT AGGGGCT GAAGAAGT TCGT CAGGAAGGGACT CCOGAAGT GTACCCTCTCTCAGTGGTGTATGCTTCTG
>S KTFI NHTQGI PDFFZKQSFPEGFTWERVYVYTTYETD

Bbs1 Bpni SpDon

I I I
GGGGGECGT GCTGACCGCTACCCAGGACACCAGCCT CCAGGACGGCTGCCTCATCTACAACGT CAAGAT CAGAGGGGT GAACT TCACATCCAACGGCCCTG
S R R e e R R RN R N AN e EEn
CCCCCGCACGACT GBCGATGGGT CCTGT GGT CGGAGGT CCTGCCGACGGAGTAGATGT TGCAGT TCTAGT CTCCCCACT TGAAGT GTAGGT TGCCGGGAC
>G GV L T ATQUDTSL QDOGTCULI YNVIKI RGVNZFTSNUGUZPYV
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BsnB1
BseY1l Stul | Bgl 1 BssS1

I || I I
TGATGCAGAAGAAAACACT CGGCT GBGAGGCCT TCACCGAGACGCT GTACCCCGCT GACGGOGGECCT GGAAGGCAGAAACGACAT GGCCCT GAAGCT CGT

OO N N R A R N N R A R AR RN AN AN AN
ACTACGTCTTCTTTTGT GAGCCGACCCT CCGGAAGT GGCTCT GOGACAT GBEGECGACT GCCGOCGGACCT TCCGTCTTTGCTGT ACCGGGACT TCGAGCA
TagBFP > MQKKTLGWEAFTETLYPADGGLEGRNDMATLKIL YV

Eco57 BpuEl

| |
GGGECGEGAGCCAT CTGATCGCAAACAT CAAGACCACATATAGAT CCAAGAAACCCGCTAAGAACCT CAAGATGCCTGECGTCTACTATGTGGACTACAGA

K N R R R R R R A N RN RN RN R
CCCGOCCT CGGTAGACTAGCGT TTGTAGT TCTGGT GTATATCTAGGT TCTTTGGGOGAT TCT TGGAGT TCTACGGACCGCAGAT GATACACCTGATGTCT
TagBFP > G GSHLI ANI KTTYRSKIKPAKNLIEKMPGVYYVDYR

Btsl Hi nd3
SpAcc Bsal PshAl BssS1 Dra3 Mscl| Al wNl SpAcc Bnr 1

I I I I I || I I I
CTGGAAAGAAT CAAGGAGGCCAACAACGAGACCT ACGT CGAGCAGCACGAGGT GBCAGT GGCCAGATACT GCGACCT COCTAGCAAACT GGGGCACAAGC

Ao N R N R A A A A RN AR AN AR AR
GACCTTTCTTAGT TCCTCCGGT TGT TGCTCTGGAT GCAGCT CGT CGT GCTCCACCGT CACCGGT CTATGACGCT GGAGGGAT CGT TTGACCCCGT GTTCG
TagBFP >L ERI KEANNETYVEQHEVAVARY CDLTZPSEKLGHKIHIL

Nael
Xhol NgoM4 |
BspEl Bgl 2 | EcoRV BsaXb Sall BsaXa |

| I I I |1
TTAATTCOGGACT CAGATCTCGAGCTAT GGATGAT GATAT CGCCGCGCT CGT CGT CGACAACGECT COGGCAT GTGCAAGGCCGGCT TCGCGGEOGACGA

O N N N R R R AR N AN N AR N AR
AATTAAGGCCT GAGT CTAGAGCT CGATACCTACTACT ATAGCGGOGCGAGCAGCAGCT GT TGCCGAGGCCOGT ACACGT TCCGGOCGAAGCGCCCGCTGCT
TagBFP/actin> N S G L R S R A MDDDI AALVVYDNGSGMCIKAGTFAGTDTD

Smal
Bgl 1 Nar 1
Bbs1| Kas1|

|| ||
TGCCCCCCCEECCGT CTTCCCCT CCAT CGT GEGEECECCCCAGCCACCAGGEECGT GAT GGT GEGCAT GGGT CAGAAGGAT TCCTATGT GGGCGACGAGECC

O N R R R N N R N N RN ENA N AR AN
ACGGGGEEOCCGECAGAAGEGEEAGGT AGCACCCOGCGGGGT CCGT GGT CCOGCACT ACCACCCGTACCCAGT CTTCCTAAGGATACACCCGCT GCTCCGG
beta-Actin > AP R AV FP S| VGRPRHQGV MV GMGQKUDSYVGDE A
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Eco57 Bnr 1
| |
CAGAGCAAGAGAGGCATCCTCACCCT GAAGT ACCCCAT CGAGCACGGCAT CGT CACCAACT GGGACGACAT GGAGAAAAT CTGGCACCACACCTTCTACA
O N N R R R R N RN R EEE R
GTCTCGTTCTCTCCGTAGGAGT GGGACT TCATGGGGTAGCT CGT GCCGTAGCAGT GGT TGACCCTGCTGTACCTCTTTTAGACCGT GGTGTGGAAGATGT
beta-Actin >Q S K R G I L T L KY PI EHGI VTN NWDIDMMEZ KI WHHTF Y N
BseR1
Dr a3 |

Bst AP | Bsal

| |
ATGAGCT GCGT GT GGCT CCCGAGGAGCACCCCGT GCTGCT GACCGAGGCCCCCCT GAACCCCAAGGECCAACCGCGAGAAGAT GACCCAGATCATGT TTGA
KO O N N R R R N AR RN AR TN
TACTCGACGCACACCGAGGGECT CCTCGT GGEECACGACGACT GECT CCCGEEEEGACT TEEGGT TCCGGT TEGGCGCTCTTCTACTGGGTCTAGTACAAACT
beta-Actin > E L R V A P E E HPV L L TEAPLNWPIKANIREIKMTOQI MF E
BseYl Pfl F1
| |
GACCTTCAACACCCCAGCCATGTACGT TGCTATCCAGGCTGT GCTATCCCTGTACGCCT CTGECCGTACCACT GBCATCGTGATGGACT CCGGT GACGGG
O e R R A R R R R R RN NN AR R
CTGGAAGT TGT GGGGT CGGTACATGCAACGATAGGT CCGACACGAT AGGGACAT GCGGAGACCGGECAT GGT GACCGT AGCACT ACCTGAGGCCACT GCCC
beta-Actin > T F N T P A MY V AI Q AV L SLYASGRTTGI V MDS G D G

Bcgla

Bst E2 Dra3| SpAcc Bcglb Xcnmil BspH1

| | | | |
GTCACCCACACTGT GCCCATCTACGAGGGEGT ATGCCCT CCCCCAT GCCAT CCTGCGT CTGGACCT GGCT GGCCGGEGACCTGACTGACTACCTCATGAAGA
O O O U R A e R R R R R R R n N
CAGT GGGT GT GACACGGGTAGAT GCTCCCCAT ACGGGAGGGEGEGT ACGGT AGGACGCAGACCT GGACCGACCGGECCCTGGACT GACTGATGGAGTACTTCT
beta-Actin >V T H T VvV P 1 Y E GY AL PHAI L RL DLAGRIDULTUDY L MKI

SpDon Eagl BsrBl BsaXa BsaXb

| | | |
TCCTCACCGAGCGECGGECTACACGCT TCACCACCACGECCGAGCGEGAAAT CGT GCGT GACAT TAAGGAGAAGCT GTGCTACGT CGCCCTGGACT TCGAGCA

KO N R R R R R R R R A N AN AR
AGGAGT GGCT CGCGOCGAT GTCGAAGT GGT GGT GCCGGCTCGCCCT TTAGCACGCACT GT AAT TCCT CTTCGACACGAT GCAGCGGGACCT GAAGCTCGT
beta-Actin > L T E R GY S F T TTAERTEI VRDI KEKTLTZ CYVALUDTFENQ
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2001

beta- Actin >

2101

bet a- Actin >

2201

beta- Actin >

2301

beta- Actin >

2401

beta- Actin >

Sapl
Ear 1
SpAcc| Bsr D1
Mscl BseR1 Xeml || Bpni Drdl Bsr Bl Bsu36

| | | | | | |
AGAGATGGBCCACGGCT GCT TCCAGCTCCT CCCTGGAGAAGAGCT ACGAGCT GOCT GACGGCCAGGT CATCACCAT TGECAAT GAGCGGT TCCGCTGCCCT

R R R R N R A A N A n R R EA AR R A
TCTCTACCGGT GCOGACGAAGGT CGAGGAGGGACCT CTTCT CGATGCT CGACGGACT GCCGGT CCAGT AGT GGTAACCGT TACT CGOCAAGGOGACGGGA
EMATAASSSSLEIKSYELPDGQVI TI GNERTFRTECEP

SpAcc
Earl | BspH1 BngB1

| | | |
GAGGCACTCTTCCAGCCT TCCT TCCT GGGCATGGAGT CCTGT GGCAT CCACGAAACTACCT TCAACT CCATCATGAAGT GTGACGT GGACAT CCGCAAAG

R R S R R A At R RN A NN N E N AR
CTCCGT GAGAAGGT CGGAAGGAAGGACCCGT ACCT CAGGACACCGT AGGT GCT TTGAT GGAAGT TGAGGT AGTACT TCACACT GCACCTGTAGGCGT TTC
EALFQPSFLGMES ST CGI HETTTFNSI MKCDVDI RKTD

Bsr D1 Btsl BseY1l

| | |
ACCTGT ACGCCAACACAGT GCTGT CTGECGEECACCACCAT GTACCCT GECAT TGCCGACAGGAT GCAGAAGGAGAT CACT GCCCTGGCACCCAGCACAAT

R R R R N R N R R e N AU RN RN AR
TGGACATGCGGT TGT GT CACGACAGACCGCOGT GGT GGTACAT GGGACCGT AACGGCTGT CCTACGT CTTCCT CTAGT GACGGGACCGTGGGTCGTGTTA
L YANTVLSGGTTMYZPGI ADRMOQKTEI I TALAPSTM

Bsr D1
BseR1
BsaBl| | BpulO Scal BsaBl1

N I I
GAAGATCAAGATCATTGCTCCT CCTGAGCGCAAGT ACT CCGT GT GGAT CGECGGCT CCAT CCTGECCTCGCT GTCCACCT TCCAGCAGAT GTGGATCAGC

R R N R R R AN RN
CTTCTAGT TCTAGT AACGAGGAGGACT CGOGT TCAT GAGGCACACCT AGCCGCCGAGGT AGGACCGGAGCGACAGGT GGAAGGT CGT CTACACCTAGT CG
K1 KI I APPERKYSVWI GGSI LASLSTFQQMMWI S

BanmH1 Xbal Bcl 1BsaB1

|
AAGCCAGGAGTATGACGAGT CCGECCCCTCCATCGT CCACCGCAAAT GCTTCTAGGGAT CCACCGGATCTAGATAACT GATCATAATCAGCCATACCACAT

R R R R N A N R AN R nEN R
TTCGTCCTCATACTGCT CAGGCCGGGEGAGGT AGCAGGT GGCGT TTACGAAGAT CCCTAGGT GGCCTAGATCTATTGACTAGTATTAGTCGGTATGGT GTA
K QE YDESGPSI VHREKTCF*

2100
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2400

2500
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Bsmil
SpDon Dral M el] Hpal pol yA

| |
TTGTAGAGGT TTTACTTGCTTTAAAAAACCT CCCACACCT CCCCCTGAACCT GAAACATAAAATGAATCCAATTGT TGT TGT TAACTTGT TTATTGCAGC

O A N A R R N AR RN A M AN N AR ey
AACATCTCCAAAATGAACGAAAT TTTTTGGAGGGT GT GGAGGGGGACT TGGACT TTGTATTTTACT TACGT TAACAACAACAAT TGAACAAATAACGT CG

Psi 1 pol yA pol yA Btsl Bsnil

| I I I I
TTATAATGGT TACAAATAAAGCAATAGCAT CACAAAT TTCACAAATAAAGCAT TTTTTTCACTGCAT TCTAGT TGTGGT TTGTCCAAACTCATCAATGTA

O R N N e R R R R R N RN A RN m A N ey
AATATTACCAATGT TTATTTCGI TATCGTAGTGT TTAAAGT GT TTAT TTCGTAAAAAAAGT GACGT AAGAT CAACACCAAACAGGT TTGAGTAGT TACAT

M ul SpDon Ssp1l
I
TCTTAACGCGTAAATTGTAAGCGT TAATATTTTGT TAAAATTCGCGT TAAATTTTTGT TAAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAA

2701 [ LLEEEEEEt et b= et e e e e e e e 2800
AGAATTGOGCAT TTAACATTCGCAATTATAAAACAAT TTTAAGCGCAAT TTAAAAACAAT TTAGT CGAGTAAAAAAT TGGT TATCCGGCTTTAGCCGT TT

Psi 1 BsaXb Drdl

| |
ATCCCTTATAAATCAAAAGAATAGACCGAGATAGGGT TGAGT GTTGT TCCAGT TTGGAACAAGAGT CCACTATTAAAGAACGT GGACT CCAACGT CAAAG

2801 [ LLLELrr=tr = et e e e e e e e e e e e e e 2900
TAGGGAATATTTAGT TTTCTTATCTGGCT CTATCCCAACT CACAACAAGGT CAAACCT TGT TCTCAGGTGATAATTTCTTGCACCTGAGGT TGCAGTTTC

Bt gZ1
BsaXa Dr a3| SpAcc

I |l I
GGCGAAAAACCGT CTATCAGGGCGAT GGCCCACT ACGT GAACCAT CACCCT AATCAAGT TTTTTGGGGT CGAGGT GCCGTAAAGCACTAAATCGGAACCC

2901 [ LLrrrrrstr et e e e e e e e e e e e 3000
CCGCTTTTTGGCAGATAGT CCCGCTACCGGGT GATGCACT TGGTAGT GGGAT TAGT TCAAAAAACCCCAGCT CCACGGCAT TTCGTGATTTAGCCT TGGG

Nael
NgoM4 | Bsr Bl

| | |
TAAAGGGAGCCCCCGAT TTAGAGCT TGACGGEGGAAAGCCGECGAACGT GGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCGEGECAECTAGEECAECTGGCA

Lo R R A R R R N N AR AN R AN iy
ATTTCCCTCGGGGECTAAAT CTCGAACT GCCOCT TTCGBOCGCT TGCACCGCTCTTTCCTTCCCTTCT TTCGCT TTCCT CGOCCGCGAT CCCGCGACCGT
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AGT GTAGCGGT CACGCT GCECGT AACCACCACACCCGCCGCCCT TAATGCGECCECTACAGEECECGT CAGGT GECACT TTTCGGGEGAAAT GTGCGCGGAA

O N N R N R RN R N A N AN N MR RRA N mm R AR R yrvy
TCACATCGCCAGT GCGACGOGCAT TGGT GGT GT GGGOGGECGCGAAT TACGOGGCGAT GT CCOGCGCAGT CCACCGT GAAAAGCCCCT TTACACGCGCCTT

Bci V1
BspHl |
pol yA BsrBl1 | | Sspl Earl
I | I I
CCCCTATTTGITTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGT CC

3201 [ LLEETEEr=t et =t = e e e i e e 3300
GGGGATAAACAAAT AAAAAGAT TTATGTAAGT TTATACATAGGCGAGTACT CTGT TATTGGGACTATTTACGAAGT TATTATAACT TTTTCCTTCTCAGG

Nsi 1

Sphl |

Eci 1 Bf rB1 |

Bsu36 Pvu2 | BseYl Bst AP | |

I | | I |11
TGAGGOGGAAAGAACCAGCT GT GGAAT GT GTGT CAGT TAGGGT GT GGAAAGT CCCCAGGCT COCCAGCAGGCAGAAGT ATGCAAAGCATGCATCTCAATT

Lo N R R R R R R R A NN AR NN st
ACTCCGCCTTTCTTGGT CGACACCT TACACACAGT CAATCCCACACCT T TCAGGGGT CCGAGGGGT CGTCCGT CTTCATACGT TTCGTACGTAGAGT TAA

Nsi 1
Sphl |
Bf rBl |
SexAl BseYl Bst AP | | Eci 1l

I I |11 I
AGTCAGCAACCAGGT GT GGAAAGT COCCAGGCT CCCCAGCAGGCAGAAGT ATGCAAAGCAT GCATCT CAATTAGT CAGCAACCATAGT CCCGCCCCTAAC

O B N R e R R R N N N R RN RN vy
TCAGTCGT TGGTCCACACCT TTCAGGGGT COGAGGGGT CGT COGT CTTCATACGT TTCGTACGT AGAGT TAATCAGT CGT TGGT ATCAGGGCGGGGATTG

Eci 1 Sfil
Eci 1 Bnr 1| Eci 1 Ncol pol yA Bgl 1
I |l I I I |
TCCGCCCATCCCGCCCCTAACT CCGCCCAGT TCCGCCCAT TCTCCGCCCCATGECTGACTAATTTTTTTTAT T TAT GCAGAGGCCGAGECCGCCTCEECC

O N R R e A R s R R N N N A R Nn R nRRA AR vy
AGGCGGGT AGGGCGGEGGAT TGAGGCGGGT CAAGGCGGGT AAGAGGOGGEGT ACCGACT GAT TAAAAAAAAT AAAT ACGT CT COGGCT COGGCGGAGCCGG
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Avr 2
St ul]|
SpDon BseR1 || dal BsaBl1
I I I I
TCTGAGCTATTCCAGAAGTAGT GAGGAGCCTTTTTTGGAGGCCTAGGCTTTTGCAAAGAT CGATCAAGAGACAGGAT GAGGATCGT TTCGCATGATTGAA

3601 [ [LLITEE=EEEr =t e e =t et = e > e et 3700
AGACTCGATAAGGT CTTCATCACT CCTCCGAAAAAACCT CCGGAT COGAAAACGT TTCTAGCTAGT TCTCTGI CCTACT CCTAGCAAAGCGTACTAACT T

BspML
Bf uAl Eagl Bnr 1

| | |
CAAGATGGATTGCACGCAGGT TCTCCGGECCGCT TAEGT GGAGAGGCT AT TCGGCT AT GACT GGGCACAACAGACAAT CGECTGCT CTGATGCCGCCGT GT

A N N s R R N R N N N R A NN A AR ooy
GTTCTACCTAACGT GCGT CCAAGAGGCCGGOGAACCCACCT CTCCGATAAGCCGATACT GACCCGT GT TGT CTGT TAGCCGACGAGACT ACGGCGGCACA

Nar 1
Kas1| Drdl
| I
TCCGGCTGT CAGCGCAGGGEGECGCCCGGTTCTTTTTGT CAAGACCGACCT GTCCGGT GCCCT GAAT GAACT GCAAGACGAGGCAGCGCGGCTATCGTGECT

3801 [ [LLETEEI =t e e > ee et e e > e et 3900
AGGCCGACAGT CGOGT CCCOGCGGGOCAAGAAAAACAGT TCT GGCTGGACAGGCCACGGGACT TACT TGACGT TCTGCT COGT CGCGOCGATAGCACCGA

Pvu2
Mscl Fspl | Pfl F1 Eco57
I | I I
GGCCACGACGEECGT TCCT TACGCAGCTGT GCTCGACGT TGT CACT GAAGCGEGAAGGGACT GECTGCTAT TGEGCGAAGT GCCGEEECAGGATCTCCTG

o B R R R A A R R N AR AR AR NN vy
CCGGT GCT GCCCGCAAGGAACGOGT CGACACGAGCT GCAACAGT GACT TCGCCCT TCCCT GACCGACGAT AACCCGCT TCACGGCCCCGT CCTAGAGGAC

Bt gZ1
BspML |
SpDon Bci V1 Bsr D1 Bf uA1 |

| | |
TCATCTCACCTTGCTCCTGCCGAGAAAGT ATCCAT CATGGCT GATGCAAT GCGGCGGECT GCATACGCT TGATCCGGCTACCT GCCCAT TCGACCACCAAG

LU N N R R N R A R RN A R NN R e
AGT AGAGT GGAACGAGGACGGCT CTTTCATAGGTAGT ACCGACTACGT TACGCCGCCGACGT ATGCGAACT AGGCCGAT GGACGGGT AAGCT GGTGGTTC
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4101

4201

4301

4401

Sapl
Ear 1 BpuEl
I I
CGAAACAT CGCAT CGAGCGAGCACGT ACT CGGAT GGAAGCCGGT CTTGT CGAT CAGGAT GAT CT GGACGAAGAGCAT CAGEGEGECT CGCGCCAGCCGAACT

R R R R N R R RN NN R AR AR R oy
GCTTTGTAGCGTAGCT CGCT CGT GCAT GAGCCTACCT TCGGOCAGAACAGCT AGT CCTACTAGACCT GCT TCTCGT AGT CCCCGAGCGCGGT CGGCTTGA

Sph1 Ncol Bt gZ1
I I I
GTTCGCCAGGCTCAAGGCGAGCATGCCCGACGGCGAGGATCTCGT CGT GACCCAT GGCGATGCCTGCT TGCCGAATATCATGGT GGAAAATGGCCCCTTT

U R e R ot N R R N A mEm RN R RN R T AR AR RN
CAAGOGGT CCGAGT TCOGCT CGTACGGGCT GCCGCT CCTAGAGCAGCACT GBGT ACCGCT ACGGACGAACGGCT TATAGTACCACCT TTTACCGGCGAAA

BseY1l
Nael | Sap1l
NgoM4d | | Rsr 2 Eci 1 Ear 1 Eco57

| 1| I I I I
TCTGGATTCATCGACT GTGECCGGCT GGGT GTGECGGACCGCTATCAGGACATAGCGT TGGCTACCCGT GATAT TGCT GAAGAGCT TGGCGGOGAAT GGG

N R R A R R A N AR AR R
AGACCTAAGT AGCT GACACCGGECCGACCCACACCGCCT GBCGATAGT CCTGTATCGCAACCGAT GGGCACTATAACGACT TCTCGAACCGCCGCT TACCC

Bt gZ1
BssS1 BsrB1l | Bsr Bl

| |
CTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCT CCCGAT TCGCAGCGCATCGCCT TCTATCGCCT TCTTGACGAGI TCTTCTGAGCGGGACT CTGGEGEG

LUCTEEEE = e =t e e = e et e e e et e e et = e e i 4500
GACT GGOGAAGGAGCACGAAAT GCCAT AGCGGECGAGGECT AAGCGT CGOGT AGCGGAAGAT AGCGGAAGAACT GCT CAAGAAGACT CGCCCTGAGACCCC

BssS1
BspML

Bst B1 Bf uAl SpAcc

4501

| | |
TTCGAAAT GACCGACCAAGCGACGCCCAACCT GCCATCACGAGATTTCGAT TCCACCGCCGCCT TCTATGAAAGGT TGGGCT TCCGAATCGT TTTCCGEG

R R R R R R N R N N RN A RN AR AR ol
AAGCTTTACT GGCTGGT TCGCTGCGGGT TGGACGGT AGT GCT CTAAAGCT AAGGT GGOGGCGGAAGATACT TTCCAACCCGAAGCCT TAGCAAAAGGCCC
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4601

4701

4801

4901

5001

5101

Nael Bpmi
NgoM4 | SpAcc |
Bpnil | Avr2 |

| | ||
ACGCCGGECT GGATGATCCT CCAGCGCGGGEGAT CTCATGCTGGAGT TCT TCGCCCACCCT AGGGEEGAGECTAACT GAAACACGGAAGGAGACAATACCGGA

U R R A R A A A N R R N AR E e N R A A

TGCGGCCGACCTACTAGGAGGT CGCGCCCCTAGAGT ACGACCT CAAGAAGCGGGTGGGATCCCCCTCCGATTGACTTTGTGCCTTCCTCTGT TATGGCCT
pol yA pol yA

AGGAACCCGCGCTATGACGGCAATAAAAAGACAGAATAAAACGCACGGT GTTGGEGTCGT TTGT TCATAAACGCGGGGT TCGGT CCCAGGGCTGGCACTCT

R R N e R R R R RN N R NN EE AN

TCCTTGGEGCGCGATACTGCCGTTATTTTTCTGTCTTATTTTGCGT GCCACAACCCAGCAAACAAGTATTTGCGCCCCAAGCCAGGGT CCCGACCGTGAGA

Bsal

GTCGATACCCCACCGAGACCCCAT TGEGECCAATACGECCCCCGT TTCTTCCTTTTCCCCACCCCACCCCCCAAGT TCGEEGT GAAGGECCCAGGEECTCGECAG

FITTETEEE=T e =ttt et =ee e e e=err et e e=r e e e et e et =e e e
CAGCTATGGGGET GGCTCT GGGEGT AACCCCGGT TAT GCGGEGECGCAAAGAAGGAAAAGGEGGT GGEGT GGGEGEGET TCAAGCCCACT TCCGGGT CCCGAGCGT C
Bst AP
Al wiN1 Bsu36 Dral Dral

| | |
CCAACGT CGGGECGECAGECCCTGCCATAGCCTCAGGT TACTCATATATACT TTAGATTGATTTAAAACT TCATTTTTAATTTAAAAGGATCTAGGT GAA

R R R R R R N R N N N N AR AR nnN AR
GGT TGCAGCCCCGCCGT COGGGACGGT ATCGGAGT CCAAT GAGTATATATGAAATCTAACTAAAT TTTGAAGTAAAAAT TAAATTTTCCTAGATCCACTT

BspHL
|
GATCCTTTTTGATAATCTCATGACCAAAATCCCTTAACGTGAGT TTTCGT TCCACT GAGCGT CAGACCCCGT AGAAAAGATCAAAGGATCTTCTTGAGAT
U R R N N R R A R A R A
CTAGGAAAAACTATTAGAGTACTGGT TTTAGGGAAT TGCACT CAAAAGCAAGGT GACT CGCAGT CTGEGGCATCTTTTCTAGT TTCCTAGAAGAACTCTA
BpuEl Eco57
|
CCTTTTTTTCTGCGCGTAATCTGCTGCT TGCAAACAAAAAAACCACCGCTACCAGCGGTGGT TTGT TTGCCGGAT CAAGAGCTACCAACTCTTTTTCCGA

U R R A N R A RN RN R R RN E A
GGAAAAAAAGACGCGCAT TAGACGACGAACGT TTGT TTTTTTGGT GGCGAT GGT CGCCACCAAACAAACGGCCTAGT TCTCGAT GGT TGAGAAAAAGGCT
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5201

5301

5401

5501

5601

5701

SpAcc
|
AGGTAACT GGCTTCAGCAGAGCGCAGATACCAAATACTGT CCTTCTAGT GTAGCCGTAGT TAGGCCACCACT TCAAGAACTCTGTAGCACCGCCTACATA

R R R R N R N R AR R R RN AR
TCCATTGACCGAAGT CGTCTCGCGT CTATGGT TTATGACAGGAAGAT CACAT CGGCAT CAATCCGGT GGTGAAGT TCT TGAGACATCGT GGCGGATGTAT

Al wiN1 BpuEl

| |
CCTCGCTCTGCTAATCCTGI TACCAGT GECTGCTGCCAGT GGCGATAAGT CGT GT CT TACCGGGT TGGACT CAAGACGATAGT TACCGGATAAGGCGCAG

R R R N Rt Nt R N AN AN E RN U RRN AR EERRAA
GGAGCGAGACGAT TAGGACAAT GGT CACCGACGACGGT CACCGCTAT TCAGCACAGAAT GGCCCAACCT GAGT TCTGCTATCAATGGCCTATTCCGCGTC

Apall BseYl SpAcc

|
CGGTCAEECT GAACGEGEEEGET TCGT GCACACAGCCCAGCT TGGAGCGAACGACCTACACCGAACT GAGATACCT ACAGCGT GAGCTAT GAGAAAGCGCCA

R R e N N Rt R N N n A E R nEEA RN
GCCAGCCCGACT TGCCCCCCAAGCACGT GTGT CGGGT CGAACCT CGCT TGCT GGATGT GGCT TGACT CTAT GGATGT CGCACT CGATACT CTTTCGCGGT

Bci V1
Eci 1 | BssS1

|
CGCTTCCCGAAGGGAGAAAGGCGGACAGGT AT CCGGT AAGCGGECAGGEGT CGGAACAGGAGAGCGCACGAGGGAGCT TCCAGGGEGEGAAACGCCTGGTATCT

R R R R A A R AR AN R AR
GCGAAGGGCT TCCCTCTTTCCGOCTGT CCATAGGCCAT TCGOCGT CCCAGCCT TGTCCTCTCGCGT GCTCCCTCGAAGGT CCCCCT TTGCGGACCATAGA

SpAcc Drdl BpuEl SpAcc Eci 1
| | | | |
TTATAGTCCTGTCGGGT TTCGCCACCTCTGACT TGAGCGT CGATTTTTGTGATGCTCGT CAGGGEGEGEGCCGAGCCTAT GGAAAAACGCCAGCAACGCGEGECC

N AR N N R Rt Rt T R R RN RN EN e EEEA AR AR
AATAT CAGGACAGCCCAAAGCGGT GGAGACT GAACT CGCAGCT AAAAACACT ACGAGCAGT CCCCCCGCCTCGGATACCT TTTTGCGGT CGT TGOGCCGG

SpDon Nsi 1
BspLU| Bf rB1 |

|
TTTTTACGGI TCCTGECCTTTTGCTGECCTTTTGCTCACATGI TCTTTCCTGCGT TATCCCCTGAT TCTGT GGATAACCGT AT TACCGCCATGCAT

LUCTEEEE = EEE e =t r e e e = e et e e et C e et =t =il 5796
AAAAAT GCCAAGGACCGGAAAACGACCGGAAAACGAGT GTACAAGAAAGGACGCAAT AGGGGACT AAGACACCTAT TGGCATAAT GGCGGTACGTA
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5500

5600
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Found:

Aat 2 Al WN1
Bgl 2 BngB1
BspEl BspH1
dal Dral
M ul Msc1l
Rsr 2 Sal 1
Xcml Xho1l

Uni que:

Asel BanmH1
dal EcoRV
Sfil Smal

Not found:

Aar 1 Acc65
Bl p1 Bsgl
EcoR1 FCat B
Pf1 ML Prel
Sgf 1 Sgr Al

Excl uded by site

Accl Aci 1
BsaAl BsaH1
Bsr F1 BssK1

Fok1 Hae?2
HpyC4  HpyCo
PpuML Rsal
TspR1

Apall
B 1
BspLU
Dr a3
Nael
Sapl

Bcgla
Fspl
SnaB1

Acl 1
Bsi W
FCat L

PmM 1

Spel

Asel
Bpmi
BspML
Drdil
Nar 1
Scal

Bcglb
H nd3
Xbal

Af el
BssH2
FCat R
PspOM

Srfil

conpl exity:

Afl 3
BsaJl
Bst F5

Hae3

Mae3
Sau3A

Al ul
BsaW
Bst N1

Hgal

Myo2
Sau96

Avr 2
BpulO
Bsr B1

Eagl

Ncol
SexAl

Becl 1
Hpal
Xho1l

Afl 2
Bst X1
FCat P

Pst1

Swal

Al wl
BseMp
Bst Ul

Hhal

Mhl 1
Sf aN1

BantHl
BpuEl
Bsr D1
Ear 1
Ndel
Sfil

Bgl 2
M el

Agel
Bst Z1
ScFRT

Pvul
T3RNA

Apol
Bsi E1
Bst Y1
Hi nc2

Msel

Sfcl

Bbs1
Bsal
Bsr GL
Eci 1
NgoM4
Smal

BngB1
M ul

Ahd1
Bxat B
Fsel
R4at B
T7RNA

Aval
Bsi H1
Bt g1
Hi nf1l
Msl 1
Sm 1

Bcgla
BsaBl1
BssS1
Eco57

Nhel
SnaBl1

BpulO
Ndel

Al el
Bxat L
FspAl
R4at L
T7Ter

Ava?2
Bsl 1
Cac8
H nP1
MspAl
Styl

Bcglb
BsaXa
Bst AP
EcoRV

Nsi 1
SpAcc

BsnB1l
Nhel

Apal
Bxat R
I _Ceu
R4at P
Pl Sce

Banl
BsnmAl
QviJl

Hpa2

Mno 1

Taql

Bci V1
BsaXb
Bst Bl

Fspl
Pfl F1
SpDon

BspEl
PshAl

Ascl
Bxat P
Kpnl
R4at R
Xm1l

Ban?2
BsnF1
Ddel
Hph1l
Nci 1
Tat 1

Bel 1
BseR1
Bst E2
Hi nd3
pol yA

Sph1

BspLU
Rsr 2

Asi S1
_Chi
| oxP
Sacl

Bbv1
Bspl2
Eael
Hpy 99
N a3
Tfil

Bf r B1
BseY1l
Bsu36
Hpal
PshAl
Sspl

Bsr GL
Sal 1

Baela
Ecl 2
Not 1
Sac?2

BceAl
BspCa
EcoO1l
Hpy 1
N a4
Tsel

Bf uAl
Bsmil
Bt gZ1
Kas1
Psi 1
Stul

Bst B1
Scal

Baelb
EcoK
Nrul

SanD1

Bf al
BspCh
Faul
Hpy 3
Nspl
Tsp45

Bgl 1
BsnB1
Btsl
M el
Pvu2
Xbal

Bst E2
SexAl

BbvCl
EcoN1
Pacl
Sbhf 1

Bnel5
Bsr1
Fnu4H
Hpy C3
Pl el
Tsp50



