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PRODUCT INFORMATION

Content:

- 1 disk of lyophilized GT100 E. coli bacteria transformed by pDRIVE-hROSA
GT100 genotype is: F-, mcrA, A(mr-hsdRMS-mcrBC), O80lacZAMIS,
AlacX74, recAl, endAl.

- 4 pouches of E. coli Fast-Media® Zeo

Shipping and storage:

- Products are shipped at room temperature.

- Transformed bacteria should be stored at -20°C. Bacteria are stable up to one
year when properly stored.

- Store E. coli Fast-Media® Zeo at room temperature. Fast-Media® is stable 18
months when stored properly.

- Plasmid construct has been confirmed by restriction analysis and sequencing.
- Bacteria have been lyophilized, and their viability upon resuspension has been
verified.

- Promoter activity has been confirmed by transient transfection of 293 cells as
well as other selected cell lines.

GENERAL PRODUCT USE

PDRIVE is an expression plasmid containing a native or composite promoter
of interest. pDRIVE may be used to:

- Subclone a promoter of interest into another vector. Uniquerestriction
sites are present at each end of the promoter allowing convenient excision.
The 5’ site is Sda 1. Sda 1 is compatible with Nsi I and Pst 1. The 3’ restriction site
is BspH I which includes the ATG start codon, and is compatible with Nco I,
Afl 11T and Sty L.

- Compare the activity of different promoters in transient transfection experiments.
Each pDRIVE promoter drives the expression of the LacZ reporter gene which
allows for testing of the promoter’s activity in transient transfection experiments.

PROMOTER CHARACTERISTICS

Element Name Origin Size bp
Promoter ROSA Human 2815
5’UTR ROSA Human 1323
Enhancer - - -

The ROSA26 promoter, initially identified by random retroviral gene trapping
in mouse embryonic stem cells', directs expression of reporter’ and
recombinase genes® in all cells throughout embryonic development and in
adult tissues. This TATA-less promoter is very effective in vitro in a very broad
range of mammalian cell lines. The strength of the ROSA26 promoter is
ascribed to the 10 potential Spl sites found within the CpG island
extending from the proximal promoter to the the first half of intron 1, the
highest number of Spl sites ever recorded in any natural promoter.

The human ROSA promoter provided by InvivoGen contains at its 3’ end a
synthetic intronic sequence featuring a consensus splice acceptor site.

1. Zambrowicz BP., Imamoto A. ef al. 1997. Proc Natl Acad Sci USA. 94:3789-94
2. Kisseberth WC., Brettingen NT,. Lohse JK., Sandgren EP. 1999. Dev Biol.214:128-38.
3. Farley FW, Soriano P, Steffen LS, Dymecki SM. 2000. Genesis. 28:106-10

PLASMID FEATURES

* LacZ gene encodes 3-galactosidase an enzyme that catalyzes the hydrolysis
of X-Gal, producing a blue precipitate that can be easily visualized under a
microscope.

* SV40 pAn: The Simian Virus 40 late polyadenylation signal enables efficient
cleavage and polyadenylation reactions resulting in high levels of steady-state
mRNA.

* pMBI1 Ori is a minimal E. coli origin of replication with the same activity
as the longer Ori.

* EM7 is a bacterial promoter that enables the constitutive expression of the
antibiotic resistance gene in E. coli.

* Sh ble gene confers zeocin resistance therefore allowing the selection of
transformed E. coli carrying a pDRIVE plasmid.

Note: Stable transfection of clones cannot be performed due to the absence of
an eukaryotic promoter upstream of the Sh ble gene.

METHODS

Growth of pDRIVE-transformed bacteria:

Use sterile conditions to do the following:

1- Resuspend the lyophilized E. coli by adding 1 ml of LB medium in the tube
containing the disk. Let sit for 5 minutes. Mix gently by inverting the tube
several times.

2- Streak bacteria taken from this suspension on a zeocin LB agar plate
prepared with the E. coli Fast-Media®Zeo agar provided (see below).

3- Place the plate in an incubator at 37°C overnight.

4- Isolate a single colony and grow the bacteria in TB supplemented with
zeocin using the Fast-Media® Zeo liquid provided (see below).

5- Extract the pDRIVE plasmid DNA using the method of your choice.

Note: For long-term storage of the pDRIVE-transformed bacteria, prepare a
20% glycerol stock of the bacteria grown in the overnight liquid culture and
freeze at -80°C.

Selection of bacteria with E. coli Fast-Media Zeo:

E. coli Fast-Media® Zeo is a fast and convenient way to prepare liquid and
solid media for bacterial culture by using only a microwave. E. coli Fast-
Media® Zeo is a TB (liquid) or LB (solid) based medium with zeocin.

E. coli Fast-Media® Zeo can be ordered separately (reference # fas-zn-1, fas-zn-s).

Method:

1- Pour the contents of a pouch into a clean borosilicate glass bottle or flask.
2- Add 200 ml of distilled water to the flask

3- Heat in a microwave on MEDIUM power setting (about 400Watts), until
bubbles start appearing (approximately 3 minutes). Do not heat a closed
container. Do not autoclave Fast-Media®.

4- Swirl gently to mix the preparation. Be careful, the bottle and media are
hot, use heatproof pads or gloves and care when handling.

5- Reheat the media for 30 seconds and gently swirl again. Repeat as necessary
to completely dissolve the powder into solution. But be careful to avoid
overboiling and volume loss.

6- Let agar medium cool to 45°C before pouring plates. Let liquid media cool
to 37°C before seeding bacteria.

Note: Do not reheat solidified Fast-Media® as the antibiotic will be
permanently destroyed by the procedure.

TECHNICAL SUPPORT

Toll free (US): 888-457-5873
Outside US: (+1) 858-457-5873
E-mail: info@invivogen.com
Website: www.invivogen.com

InvivoGen

3950 Sorrento Valley Blvd. Suite A
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Pstl (6)
Sdal (6) Pstl (92)
1 CCTGCAGGTGAATCATTGCACAAGTAACATGAGAAAGCAGAAAATGCAGGTCATACACGCACCCCTGACCCAGACCAGCAGAGCTGACTGCAGCATCCAT

101 ATCCAAGAGAAAGACCACTGACGCCCAAGAAGTGAGACAAGCAAGGACTCTATAGAATCAATTAGCATAGAAGGGGCTTTCCCAACAGTTTAACTTTCCC

EcoRI (282)
201 TCTCATGCGATTTACCTACTTGAACCAGGGCTCTTTCCTACACTCCTCTTCACATTCCCGACTTACACGCAGAGGGAAAGAGAATTCATAAAGGGAATAT

Xmnl (317)
301 TTTTCTGCCTTTGAAGATATTCTCACAAGATCGTTCTCCACGCCCAAGGCAAGTAAAACGACACAATCTGGCTCAACTCCAGGCTCGAACCCTACACATT

401 CAACGAGGCTATCTCAGACACGCTGTGGCACACGCCACGGGGAGCCAGAAAACGTGTGGTGGGGGTGGCGAAGGTAATGCCTTTGGGAAGCAGCCATCTG

501 AGGTGGGAAGCCAGAAAACGAGAGGGAAGGCGTCCAGGAAGATTACGGAGGGGAGATCGCGGCCCCCAGAGCGATCAGAGTTGTCTGTCACAAGGCCGCG

601 AGAACGGGGGTAGGGAGTGGGGGATCGGGGAGAGAAAAAAAGTATGCCTGTGTATTTCGAGCGGAGGGCAGCAAGAGGCCTGTCCTCAT TGGAAAGGTAA

701 ACGTGGAGTAGGCAGTTCCCAGGAAAGGGGGTGAAGAGGCGTTGGGGGAGGGGAAGCGTCCTGACCCAGGAAAAACATGAAAGGGGGAGTTGGGTCGCCT

801 AGATTAGAGGGGGATCTCTCTCCCTGGGAAAATGGGGTGTTGCAACGGTGTGTGCAAGGCGGCGAGGGGGGTGAGAAGTGGCAGCATCCTCCTAAGAGCT

901 TGGGGAGGGCCAGGCCCACGACCCAAGGAGAGCGAGCGCGGGGAGACGGAGGAGGTGACCCTTCCCTCCCCTGGGGCCCGATCGTGAGGTTCGGTCTCTT

Xhol (1086)
1001 TTCTGTCGGACCCTTACCTTGTCCCAGGCGCTGCCGGGGCCTGGGCCCGGGCTGCGGCGCACGGCACTCCCGGGAGGCGGCAGGACTCGAGTTAGGCCCA

1101 ACGCGGCGCCACGGCGTTTCCTGGCCGGGAATGGCCCGTACCCGTGAGGTGGGGGTGGGGGGCAGAAAGGCGGAGCGAGCCAAAGGCGGGGAGGGGGGGC

Notl (1289)
1201 AGGGCCAGGGAAAGAGGGGGGCCGGCACTACTGTGTTGGCGGACTGGCGGGACTGGGGCTGCGTGAGTCTCTGAGCGCAGGCGGGCGGCGGCCGCCLCTC

1301 CCCCGGCAGCGGCGGCGGCGGCGGCGGCGGCGGCGGCGGCAGCTCACTCAGCCCGCTGCCCGAGCGGAAACGCCACTGACCGCACGGGGATTCCCAGCGC

1401 CGGCGCCAGGGGCACCCGGGACACGCCCCCTCCCGCCGCGCCATTGGCCTCTCCGCCCACCGCCCCGCACCCATTGGCCCACTCGCCGCCAATCAGCGGA

1501 AGCCGCCGGGGCCGCCTAGAGAAGAGGCTGTGCTTCGGCGCTCCGGCTCCTCAGAGAGCCTCGGCTAGgtaggggagecggaactctggtgggaggggagg

1601 tgcggtgcactggggggat gggtggctaggggggccgtctggtggcttgecgggggttgectttcccgtgggaagtcgggaacataatgtttgttacgttg

1701 ggagggaaaggggtggctggatgcaggcgggagggaggcccgccctgcggecaaccggagggggagggagaagggagcggaaaatgctcgaaaccggacgg

1801 agccattgctctcgcagagggaggagcgcttccggctagectcttgtecgeccgattggecgtttctcctcccgecgtgtgtgaaaacacaaatggegtatt

1901 ctggttggagtaaagctcctgtcagttacaccgtcgggagtacgcagccgecttagegactctecgegttgecccctgggtggggecgggtaggtaggtgggg

2001 tgtagagatgctgggtgtgcgggcgcggccggcctecctgeggecgggaggggagggtcagtgaaattggectctggegecgggegtcctceccacccteccectt

Xhol (2189)
2101 ccttcgggggagtcggtttacccgecgectgettgtcttcgacacctgattggetgtcgaagetgtgggaccgggeccttgetactggectecgagtctceac

2201 atgagcgaaaccactgcgcggggcgcgggggtggcggggaggcgggcgttggtacggtcctccccgaggecgagegecgecagtgtcetggecccgegeccce

Notl (2370)
2301 tgcgcaacgtggcaggaagcgcgcgctggaggcgggggcgggctgeccggccgagacttctggatggecggeggecgeggetccgeccccgggttecccaccge

2401 ctgaagggcgagacaagcccgacctgctacaggcactcgtgggggtgggggaggagecgggggtcggtccggetggtttgtgggtgggaggegettgttcet

2501 ccaaaaaccggcgcgagctgcaatcctgagggagctgcggtggaggaggtggagagaaggccgcacccttctgggcagggggaggggagtgccgcecaatac

2601 ctttatgggagttctttgctgcctcccgtcttgtaaggaccgeccctgggectggaagaageccctccctectttcctecctegegtgatctecgtecatcgect

2701 ccatgtcgagtcgcttctcgattatgggcgggattcttttgecctagacaattgtactaaccttcttctetttcctctcctgacagGTGTGAAACAGGAAG
T

Agel (2804) BspHI (2820)
2801 AGAACCGGTAGGAGGGCCATCATGAGCGGTTCTCATCATCATCATCATCATGGTATGGCTAGCATGACTGGTGGACAGCAAATGGGTCGGGATCTGTACG
1kMetSer Gl ySer Hi sHisHisHisHisHisGl yMetAl aSer Me tThr Gl yGl yGI nGl nMe tGl yArgAspLeuTyrA
Acc651 (2914)

2901 ACGATGACGATAAGGTACCTAAGGATCAGCTTGGAGTTGATCCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTGGCGTTACCCAACTTAATCGCCT
27F spAspAspAspLysValProLysAspGlnLeuGlyValAspProVal Val LeuGl nArgArgAspTrpGluAsnProGlyVal Thr Gl nLeuAsnArglLe
3001 TGCAGCACATCCCCCTTTCGCCAGCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGGCGAATGGCGCTTT
60F uAl aAl aHisProProPheAl aSer TrpArgAsnSer Gl uGl uAl aArgThrAspArgProSer Gl nGl nLeuArgSer LeuAsnGl yGl uTrpArgPhe
3101 GCCTGGTTTCCGGCACCAGAAGCGGTGCCGGAAAGCTGGCTGGAGTGCGATCTTCCTGAGGCCGATACTGTCGTCGTCCCCTCAAACTGGCAGATGCACG
94kAlaTrpPheProAl aProGluAlaValProGluSer TrpLeuGl uCysAspLeuProGluAl aAspThrValVal ValProSerAsnTrpGl nMetHisG
3201 GTTACGATGCGCCCATCTACACCAACGTAACCTATCCCATTACGGTCAATCCGCCGTTTGTTCCCACGGAGAATCCGACGGGTTGTTACTCGCTCACATT
127¥ | yTyrAspAlaProl leTyrThrAsnVal Thr TyrProl | eThrValAsnProProPheValProThr Gl uAsnProThr Gl yCysTyrSerLeuThr Ph
3301 TAATGTTGATGAAAGCTGGCTACAGGAAGGCCAGACGCGAATTATTTTTGATGGCGTTAACTCGGCGTTTCATCTGTGGTGCAACGGGCGCTGGGTCGGT
160F eAsnValAspGluSer TrpLeuGl nGluGlyGlnThrArgl lel | ePheAspGlyValAsnSer Al aPheHisLeuTrpCysAsnGlyArgTrpValGly



3401 TACGGCCAGGACAGTCGTTTGCCGTCTGAATTTGACCTGAGCGCATTTTTACGCGCCGGAGAAAACCGCCTCGCGGTGATGGTGCTGCGTTGGAGTGACG
194k TyrGl yGl nAspSerArglLeuProSer Gl uPheAspLeuSer Al aPhelLeuArgAl aGl yGl uAsnArgLeuAl aValMetVal LeuArgTrpSerAspG
3501 GCAGTTATCTGGAAGATCAGGATATGTGGCGGATGAGCGGCATTTTCCGTGACGTCTCGTTGCTGCATAAACCGACTACACAAATCAGCGATTTCCATGT
227k lySer TyrLeuGl uAspGl nAspMe tTrpArgMe tSer Gl yl | ePheArgAspVal Ser LeuLeuHisLysProThr Thr GInl | eSerAspPheHisVa
3601 TGCCACTCGCTTTAATGATGATTTCAGCCGCGCTGTACTGGAGGCTGAAGTTCAGATGTGCGGCGAGTTGCGTGACTACCTACGGGTAACAGTTTCTTTA
260k |Al aThr ArgPheAsnAspAspPheSer ArgAl aVal LeuGl uAl aGluVal Gl nMe tCysGl yGluLeuArgAspTyrLeuArgVal ThrVal Ser Leu
3701 TGGCAGGGTGAAACGCAGGTCGCCAGCGGCACCGCGCCTTTCGGCGGTGAAATTATCGATGAGCGTGGTGGTTATGCCGATCGCGTCACACTACGTCTGA
294k TrpGInGl yGluThrGlnValAl aSer Gl yThrAl aProPheGlyGlyGlul l el | eAspGl uArgGlyGlyTyrAl aAspArgVal Thr LeuArgLeuA
3801 ACGTCGAAAACCCGAAACTGTGGAGCGCCGAAATCCCGAATCTCTATCGTGCGGTGGTTGAACTGCACACCGCCGACGGCACGCTGATTGAAGCAGAAGC
327k snVal GluAsnProLyslLeuTrpSerAlaGlul leProAsnLeuTyrArgAlaVal Val GluLeuHisThr Al aAspGlyThrLeul | eGl uAl aGl uAl
3901 CTGCGATGTCGGTTTCCGCGAGGTGCGGATTGAAAATGGTCTGCTGCTGCTGAACGGCAAGCCGTTGCTGATTCGAGGCGTTAACCGTCACGAGCATCAT
360k aCysAspVal Gl yPheArgGluValArgl | eGluAsnGlyLeuLeulLeuLeuAsnGlyLysProLeulLeul | eArgGlyValAsnArgHisGl uHisHis
EcoRV (4045)

4001 CCTCTGCATGGTCAGGTCATGGATGAGCAGACGATGGTGCAGGATATCCTGCTGATGAAGCAGAACAACTTTAACGCCGTGCGCTGTTCGCATTATCCGA
394k ProLeuHisGlyGlnValMetAspGluGlnThrMetVal Gl nAspl | eLeuLeuMe tLysGl nAsnAsnPheAsnAl aValArgCysSerHisTyrProA
4101 ACCATCCGCTGTGGTACACGCTGTGCGACCGCTACGGCCTGTATGTGGTGGATGAAGCCAATATTGAAACCCACGGCATGGTGCCAATGAATCGTCTGAC
427F snHisProLeuTrpTyrThr LeuCysAspArgTyrGlyLeuTyrVal ValAspGluAl aAsnl | eGluThrHisGlyMetValProMetAsnArglLeuTh
4201 CGATGATCCGCGCTGGCTACCGGCGATGAGCGAACGCGTAACGCGAATGGTGCAGCGCGATCGTAATCACCCGAGTGTGATCATCTGGTCGCTGGGGAAT
460F rAspAspProArgTrpLeuProAl aMetSer Gl uArgVal ThrArgMetVal Gl nArgAspArgAsnHisProSerVal |l lel leTrpSerLeuGlyAsn
4301 GAATCAGGCCACGGCGCTAATCACGACGCGCTGTATCGCTGGATCAAATCTGTCGATCCTTCCCGCCCGGTGCAGTATGAAGGCGGCGGAGCCGACACCA
494k Gl uSer Gl yHi sGl yAl aAsnHi sAspAl aLeuTyrArgTrpl leLysSerValAspProSerArgProVal GInTyrGluGl yGl yGl yAl aAspThr T
4401 CGGCCACCGATATTATTTGCCCGATGTACGCGCGCGTGGATGAAGACCAGCCCTTCCCGGCTGTGCCGAAATGGTCCATCAAAAAATGGCTTTCGCTACC
527k hrAlaThrAspllel leCysProMetTyrAlaArgValAspGl uAspGlnProPheProAlaValProLysTrpSer|leLysLysTrpLeuSerLeuPr
4501 TGGAGAGACGCGCCCGCTGATCCTTTGCGAATACGCCCACGCGATGGGTAACAGTCTTGGCGGTTTCGCTAAATACTGGCAGGCGTTTCGTCAGTATCCC
560k oGl yGluThrArgProLeul | eLeuCysGluTyrAl aHi sAl aMe tGl yAsnSer LeuGl yGl yPheAl aLysTyrTrpGlnAl aPheArgGInTyrPro
4601 CGTTTACAGGGCGGCTTCGTCTGGGACTGGGTGGATCAGTCGCTGATTAAATATGATGAAAACGGCAACCCGTGGTCGGCTTACGGCGGTGATTTTGGCG
594k ArglLeuGl nGlyGl yPheVal TrpAspTrpValAspGlnSerLeul | eLysTyrAspGl uAsnGlyAsnProTrpSerAl aTyrGlyGl yAspPheGl yA
4701 ATACGCCGAACGATCGCCAGTTCTGTATGAACGGTCTGGTCTTTGCCGACCGCACGCCGCATCCAGCGCTGACGGAAGCAAAACACCAGCAGCAGTTTTT
627F spThr ProAsnAspArgGl nPheCysMe tAsnGlyLeuVal PheAl aAspArgThr ProHi sProAl aLeuThr Gl uAl aLysHi sGI nGI nGl nPhePh
4801 CCAGTTCCGTTTATCCGGGCAAACCATCGAAGTGACCAGCGAATACCTGTTCCGTCATAGCGATAACGAGCTCCTGCACTGGATGGTGGCGCTGGATGGT
660F eGl nPheArgLeuSer GlyGInThr 1l eGluVal Thr Ser GluTyrLeuPheArgHi sSerAspAsnGluLeuLeuHisTrpMetValAl aLeuAspGly
4901 AAGCCGCTGGCAAGCGGTGAAGTGCCTCTGGATGTCGCTCCACAAGGTAAACAGTTGATTGAACTGCCTGAACTACCGCAGCCGGAGAGCGCCGGGCAAC
694k LysProLeuAl aSer Gl yGluValProLeuAspValAl aProGlnGlyLysGlnLeul | eGluLeuProGluLeuProGlnProGluSerAlaGlyGlnL
5001 TCTGGCTCACAGTACGCGTAGTGCAACCGAACGCGACCGCATGGTCAGAAGCCGGGCACATCAGCGCCTGGCAGCAGTGGCGTCTGGCGGAAAACCTCAG
727k euTrpLeuThrValArgVal Val GInProAsnAlaThrAl aTrpSer GluAl aGlyHis| I eSerAlaTrpGlnGlnTrpArgLeuAl aGl uAsnLeuSe
5101 TGTGACGCTCCCCGCCGCGTCCCACGCCATCCCGCATCTGACCACCAGCGAAATGGATTTTTGCATCGAGCTGGGTAATAAGCGTTGGCAATTTAACCGC
760k rVal Thr LeuProAl aAl aSer HisAlal | eProHi sLeuThr Thr Ser Gl uMe tAspPheCys| | eGl uLeuGl yAsnLysArgTrpGl nPheAsnArg
5201 CAGTCAGGCTTTCTTTCACAGATGTGGATTGGCGATAAAAAACAACTGCTGACGCCGCTGCGCGATCAGTTCACCCGTGCACCGCTGGATAACGACATTG
794k Gl nSer Gl yPheLeuSer GInMetTrpl | eGl yAspLysLysGlnLeuLeuThr ProLeuArgAspGl nPheThrArgAl aProLeuAspAsnAspl | eG
5301 GCGTAAGTGAAGCGACCCGCATTGACCCTAACGCCTGGGTCGAACGCTGGAAGGCGGCGGGCCATTACCAGGCCGAAGCAGCGTTGTTGCAGTGCACGGC
827k lyVal Ser GluAl aThrArgl | eAspProAsnAl aTrpVal Gl uArgTrpLysAl aAl aGl yHi sTyrGl nAl aGl uAl aAl aLeuLeuGl nCysThr Al
5401 AGATACACTTGCTGATGCGGTGCTGATTACGACCGCTCACGCGTGGCAGCATCAGGGGAAAACCTTATTTATCAGCCGGAAAACCTACCGGATTGATGGT
860k aAspThr LeuAl aAspAlaVal Leul | eThr Thr Al aHi sAl aTrpGl nHisGI nGlyLysThrLeuPhel | eSer ArgLysThr TyrArgl | eAspGly
5501 AGTGGTCAAATGGCGATTACCGTTGATGTTGAAGTGGCGAGCGATACACCGCATCCGGCGCGGATTGGCCTGAACTGCCAGCTGGCGCAGGTAGCAGAGC
894k Ser Gl yGlnMetAlal leThrValAspVal GluValAl aSerAspThrProHisProAlaArglleGlyLeuAsnCysGlnLeuAl aGlnValAl aGl uA

BspLUI1I (5691)
5601 GGGTAAACTGGCTCGGATTAGGGCCGCAAGAAAACTATCCCGACCGCCTTACTGCCGCCTGTTTTGACCGCTGGGATCTGCCATTGTCAGAékTGTATAC
927k rgValAsnTrpLeuGlyLeuGlyProGl nGluAsnTyrProAspArglLeuThr Al aAl aCysPheAspArgTrpAspLeuProLeuSerAspMetTyrTh
5701 CCCGTACGTCTTCCCGAGCGAAAACGGTCTGCGCTGCGGGACGCGCGAATTGAATTATGGCCCACACCAGTGGCGCGGCGACTTCCAGTTCAACATCAGC
960k rProTyrVal PheProSer Gl uAsnGl yLeuArgCysGlyThrArgGluLeuAsnTyrGlyProHi sGInTrpArgGl yAspPheGl nPheAsnl | eSer
5801 CGCTACAGTCAACAGCAACTGATGGAAACCAGCCATCGCCATCTGCTGCACGCGGAAGAAGGCACATGGCTGAATATCGACGGTTTCCATATGGGGATTG
994k ArgTyrSer GI nGI nGl nLeuMe tGl uThr Ser Hi sArgHi sLeuLeuHi sAl aGl uGl uGl yThr TrpLeuAsn| | eAspGl yPheHisMetGlyl | eG
5901 GTGGCGACGACTCCTGGAGCCCGTCAGTATCGGCGGAATTACAGCTGAGCGCCGGTCGCTACCATTACCAGTTGGTCTGGTGTCAAAAATAATAATCTAG
1027k | yGl yAspAspSer TrpSerProSer Val Ser Al aGl uLeuGl nLeuSer Al aGl yArgTyrHisTyrGlnLeuVal TrpCysGlnLyseee
EcoRI (6005)
6001 TCGAGAATTCGCTAGCTCGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTG

6101 ATGCTATTGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTT

Swal (6276)
6201 ATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTAGATCCATTTAAATGTTAATTAACTAGCCATGAC

>

6301 CAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGC

6401 TGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGC

6501 AGATACCAAATACTGTTCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACC

6601 AGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCG

6701 TGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGG

6801 ACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCA

6901 CCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGC




BspLUI1I (7014) Asel (7052)
7001 TGGCCTTTTGCTCACATGTTCTTAATTAAATTTTTCAAAAGTAGTTGACAATTAATCATCGGCATAGTATATCGGCATAGTATAATACGACTCACTATAG

[

7101 GAGGGCCATCATGGCCAAGTTGACCAGTGCTGTCCCAGTGCTCACAGCCAGGGATGTGGCTGGAGCTGTTGAGTTCTGGACTGACAGGTTGGGGTTCTCC
1FMetAlaLysLeuThrSerAlaValProValLeuThrAlaArgAspValAl aGlyAlaVal GluPheTrpThrAspArgLeuGlyPheSer
7201 AGAGATTTTGTGGAGGATGACTTTGCAGGTGTGGTCAGAGATGATGTCACCCTGTTCATCTCAGCAGTCCAGGACCAGGTGGTGCCTGACAACACCCTGG
31k ArgAspPheVal Gl uAspAspPheAl aGl yVal ValArgAspAspVal Thr LeuPhel | eSer Al aVal Gl nAspGl nVal Val ProAspAsnThr LeuA
7301 CTTGGGTGTGGGTGAGAGGACTGGATGAGCTGTATGCTGAGTGGAGTGAGGTGGTCTCCACCAACTTCAGGGATGCCAGTGGCCCTGCCATGACAGAGAT
64F [aTrpVal TrpValArgGlyLeuAspGluLeuTyrAl aGluTrpSer GluVal Val Ser ThrAsnPheArgAspAl aSer Gl yProAl aMetThr Gl ul |
7401 TGGAGAGCAGCCCTGGGGGAGAGAGTTTGCCCTGAGAGACCCAGCAGGCAACTGTGTGCACTTTGTGGCAGAGGAGCAGGACTGAGGATAAGAATTGAGT
97F eGlyGluGInProTrpGl yArgGl uPheAl aLeuArgAspP roAl aGl yAsnCysVal Hi sPheVal Al aGl uGl uGl nAspeee
7501 TTCAGAAAAGGGGGCCTGAGTGGCCCCTTTTTTCAACTTAATTAA




