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PRODUCT INFORMATION

Content:

- 1 disk of lyophilized GT100 E. coli bacteria transformed by a pDRIVE plasmid.
- GT100 genotype is: F-, mcrA, A(mrr-hsdRMS-mcrBC), @80lacZAM15,
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® pouches are
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’ sites include Sda 1, Pst 1, and Spe 1. Sda 1 is compatible with Nsi I and Pst 1.
Spe 1 is compatible with Avr II, Nhe I and Xba 1. The 3’ restriction site is Nco 1
which includes the ATG start codon, and is compatible with BspH 1 and
BspLUI1 1.

- 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.
Furthermore, the LacZ gene is flanked by unique restriction sites (Nco I and
EcoR 1) for easy replacement with a different gene of interest.

PROMOTER CHARACTERISTICS

Element Name Origin Size bp

Promoter elF4A1 Human 523

5’UTR elF4A1 Human 18

Enhancer - - -
elF4A1 promoter

The elF-4A1 gene encoding eukaryotic initiation factor 4A is ubiquitously
expressed in eukaryotic cells. The minimal promoter of the eIF-4A1 gene
consistes of approximately 300 base pairs, 80% of which were identical with
those in the corresponding mouse promoter. The minimal promoter contains
TATA and CAAT motifs and consensus sequences binding to SP1 and AP2'.
The eIF-4A1 promoter is a versatile promoter giving high-levels of expression.
In some cell lines, such as macrophages, levels of expression are higher than
that obtained with the CMV promoter>.

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.

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

E. coli Fast-Media® Zeo is a new, 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, and con-
tains stabilizers.

E. coli Fast-Media® Zeo can be ordered separately (catalog code # fas-zn-l, 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.

References:
1- Kukimoto I et al. (1997). Biochem Biophys Res Commun 233(3):844-7
2. Quinn CM et al. (1999). Genomics 62(3):468-76
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Pstl (7)
Sdal (7) Spel (14)
1 CCTGCAGGGCCCACTAGTTGATTTCCTTCATCCCTGGCACACGTCCAGGCAGTGTCGAATCCATCTCTGCTACAGGGGAAAACAAATAACATTTGAGTCC

101 AGTGGAGACCGGGAGCAGAAGTAAAGGGAAGTGATAACCCCCAGAGCCCGGAAGCCTCTGGAGGCTGAGACCTCGCCCCCCTTGCGTGATAGGGCCTACG

Xhol (272)
201 GAGCCACATGACCAAGGCACTGTCGCCTCCGCACGTGTGAGAGTGCAGGGCCCCAAGATGGCTGCCAGGCCTCGAGGCCTGACTCTTCTATGTCACTTCC

Xhol (369)
301 GTACCGGCGAGAAAGGCGGGCCCTCCAGCCAATGAGGCTGCGGGGCGGGCCTTCACCTTGATAGGCACTCGAGTTATCCAATGGTGCCTGCGGGCCGGAG

401 CGACTAGGAACTAACGTCATGCCGAGTTGCTGAGCGCCGGCAGGCGGGGCCGGGGCGGCCAAACCAATGCGATGGCCGGGGCGGAGTCGGGCGCTCTATA

Ncol (542

501 AGTTGTCGATAGGCGGGCACTCCGCCCTAGTTTCTAAGGACCATéGGGéGTTCTCATCATCATCATCATCATGGTATGGCTAGCATGACTGGTGGACAGC
P+ MetGlyGlySerHisHisHisHisHisHisGlyMetAlaSerMetThrGlyGlyGInG
601 AAATGGGTCGGGATCTGTACGACGATGACGATAAGGTACCTAAGGATCAGCTTGGAGTTGATCCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTGG
20F InMetGlyArgAspLeuTyrAspAspAspAspLysValProLysAspGlnLeuGlyValAspProValValLeuGInArgArgAspTrpGluAsnProGl
701 CGTTACCCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGC
53k yValThrGlnLeuAsnArgLeuAlaAlaHisProProPheAlaSerTrpArgAsnSerGluGluAlaArgThrAspArgProSerGInGinLeuArgSer
801 CTGAATGGCGAATGGCGCTTTGCCTGGTTTCCGGCACCAGAAGCGGTGCCGGAAAGCTGGCTGGAGTGCGATCTTCCTGAGGCCGATACTGTCGTCGTCC
87F LeuAsnGlyGluTrpArgPheAlaTrpPheProAlaProGluAlaValProGluSerTrpLeuGluCysAspLeuProGluAlaAspThrvalvalvalP
901 CCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACACCAACGTAACCTATCCCATTACGGTCAATCCGCCGTTTGTTCCCACGGAGAATCCGAC
120F roSerAsnTrpGInMetHisGlyTyrAspAlaProl leTyrThrAsnValThrTyrProl leThrvValAsnProProPheValProThrGluAsnProTh
1001 GGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGCTGGCTACAGGAAGGCCAGACGCGAATTATTTTTGATGGCGTTAACTCGGCGTTTCATCTGTGG
153F rGlyCysTyrSerLeuThrPheAsnValAspGluSerTrpLeuGInGluGlyGInThrArgl lel lePheAspGlyValAsnSerAlaPheHisLeuTrp
1101 TGCAACGGGCGCTGGGTCGGTTACGGCCAGGACAGTCGTTTGCCGTCTGAATTTGACCTGAGCGCATTTTTACGCGCCGGAGAAAACCGCCTCGCGGTGA
187F CysAsnGlyArgTrpValGlyTyrGlyGInAspSerArgLeuProSerGluPheAspLeuSerAlaPheLeuArgAlaGlyGluAsnArgLeuAlaValM
1201 TGGTGCTGCGTTGGAGTGACGGCAGTTATCTGGAAGATCAGGATATGTGGCGGATGAGCGGCATTTTCCGTGACGTCTCGTTGCTGCATAAACCGACTAC
220F etValLeuArgTrpSerAspGlySerTyrLeuGluAspGInAspMetTrpArgMetSerGlyl lePheArgAspValSerLeulLeuHisLysProThrTh
1301 ACAAATCAGCGATTTCCATGTTGCCACTCGCTTTAATGATGATTTCAGCCGCGCTGTACTGGAGGCTGAAGTTCAGATGTGCGGCGAGTTGCGTGACTAC
253k rGInl leSerAspPheHisValAlaThrArgPheAsnAspAspPheSerArgAlaValLeuGluAlaGluValGInMetCysGlyGluLeuArgAspTyr
1401 CTACGGGTAACAGTTTCTTTATGGCAGGGTGAAACGCAGGTCGCCAGCGGCACCGCGCCTTTCGGCGGTGAAATTATCGATGAGCGTGGTGGTTATGCCG
287F LeuArgValThrValSerLeuTrpGInGlyGluThrGInValAlaSerGlyThrAlaProPheGlyGlyGlul lel leAspGluArgGlyGlyTyrAlaA
1501 ATCGCGTCACACTACGTCTGAACGTCGAAAACCCGAAACTGTGGAGCGCCGAAATCCCGAATCTCTATCGTGCGGTGGTTGAACTGCACACCGCCGACGG
320F spArgValThrLeuArgLeuAsnValGluAsnProLysLeuTrpSerAlaGlul leProAsnLeuTyrArgAlaValValGluLeuHisThrAlaAspGl
1601 CACGCTGATTGAAGCAGAAGCCTGCGATGTCGGTTTCCGCGAGGTGCGGATTGAAAATGGTCTGCTGCTGCTGAACGGCAAGCCGTTGCTGATTCGAGGC
353k yThrLeul leGluAlaGluAlaCysAspValGlyPheArgGluValArgl leGluAsnGlyLeulLeulLeulLeuAsnGlyLysProLeulLeul leArgGly
1701 GTTAACCGTCACGAGCATCATCCTCTGCATGGTCAGGTCATGGATGAGCAGACGATGGTGCAGGATATCCTGCTGATGAAGCAGAACAACTTTAACGCCG
387F ValAsnArgHisGluHisHisProLeuHisGlyGInValMetAspGluGInThrMetValGInAspl leLeuLeuMetLysGInAsnAsnPheAsnAlaV
1801 TGCGCTGTTCGCATTATCCGAACCATCCGCTGTGGTACACGCTGTGCGACCGCTACGGCCTGTATGTGGTGGATGAAGCCAATATTGAAACCCACGGCAT
420F alArgCysSerHisTyrProAsnHisProLeuTrpTyrThrLeuCysAspArgTyrGlyLeuTyrValValAspGluAlaAsnl leGluThrHisGlyMe
1901 GGTGCCAATGAATCGTCTGACCGATGATCCGCGCTGGCTACCGGCGATGAGCGAACGCGTAACGCGAATGGTGCAGCGCGATCGTAATCACCCGAGTGTG
453F tValProMetAsnArgLeuThrAspAspProArgTrpLeuProAlaMetSerGluArgValThrArgMetValGInArgAspArgAsnHisProSerVal
2001 ATCATCTGGTCGCTGGGGAATGAATCAGGCCACGGCGCTAATCACGACGCGCTGTATCGCTGGATCAAATCTGTCGATCCTTCCCGCCCGGTGCAGTATG
487F | lel leTrpSerLeuGlyAsnGluSerGlyHisGlyAlaAsnHisAspAlaLeuTyrArgTrpl leLysSerValAspProSerArgProValGInTyrG
2101 AAGGCGGCGGAGCCGACACCACGGCCACCGATATTATTTGCCCGATGTACGCGCGCGTGGATGAAGACCAGCCCTTCCCGGCTGTGCCGAAATGGTCCAT

520F [uGlyGlyGlyAlaAspThrThrAlaThrAspl lel leCysProMetTyrAlaArgValAspGluAspGIinProPheProAlaValProLysTrpSerl
2201 CAAAAAATGGCTTTCGCTACCTGGAGAGACGCGCCCGCTGATCCTTTGCGAATACGCCCACGCGATGGGTAACAGTCTTGGCGGTTTCGCTAAATACTGG
553k eLysLysTrpLeuSerLeuProGlyGluThrArgProLeul leLeuCysGluTyrAlaHisAlaMetGlyAsnSerLeuGlyGlyPheAlaLysTyrTrp
2301 CAGGCGTTTCGTCAGTATCCCCGTTTACAGGGCGGCTTCGTCTGGGACTGGGTGGATCAGTCGCTGATTAAATATGATGAAAACGGCAACCCGTGGTCGG
587F GInAlaPheArgGInTyrProArgLeuGInGlyGlyPheValTrpAspTrpValAspGIinSerLeul leLysTyrAspGluAsnGlyAsnProTrpSerA
2401 CTTACGGCGGTGATTTTGGCGATACGCCGAACGATCGCCAGTTCTGTATGAACGGTCTGGTCTTTGCCGACCGCACGCCGCATCCAGCGCTGACGGAAGC
620F laTyrGlyGlyAspPheGlyAspThrProAsnAspArgGinPheCysMetAsnGlyLeuValPheAlaAspArgThrProHisProAlaLeuThrGIluAl
2501 AAAACACCAGCAGCAGTTTTTCCAGTTCCGTTTATCCGGGCAAACCATCGAAGTGACCAGCGAATACCTGTTCCGTCATAGCGATAACGAGCTCCTGCAC
653F aLysHisGInGInGInPhePheGInPheArgLeuSerGlyGInThrl leGluValThrSerGluTyrLeuPheArgHisSerAspAsnGluLeulLeuHis
2601 TGGATGGTGGCGCTGGATGGTAAGCCGCTGGCAAGCGGTGAAGTGCCTCTGGATGTCGCTCCACAAGGTAAACAGTTGATTGAACTGCCTGAACTACCGC
687F TrpMetValAlaLeuAspGlyLysProLeuAlaSerGlyGluValProLeuAspValAlaProGInGlyLysGinLeul leGluLeuProGluLeuProG
2701 AGCCGGAGAGCGCCGGGCAACTCTGGCTCACAGTACGCGTAGTGCAACCGAACGCGACCGCATGGTCAGAAGCCGGGCACATCAGCGCCTGGCAGCAGTG
720F InProGluSerAlaGlyGlnLeuTrpLeuThrValArgValValGIinProAsnAlaThrAlaTrpSerGluAlaGlyHisl leSerAlaTrpGInGInTr
2801 GCGTCTGGCGGAAAACCTCAGTGTGACGCTCCCCGCCGCGTCCCACGCCATCCCGCATCTGACCACCAGCGAAATGGATTTTTGCATCGAGCTGGGTAAT
753F pArgLeuAlaGluAsnLeuSerValThrLeuProAlaAlaSerHisAlal leProHisLeuThrThrSerGluMetAspPheCysl leGluLeuGlyAsn
2901 AAGCGTTGGCAATTTAACCGCCAGTCAGGCTTTCTTTCACAGATGTGGATTGGCGATAAAAAACAACTGCTGACGCCGCTGCGCGATCAGTTCACCCGTG
787F LysArgTrpGInPheAsnArgGinSerGlyPheLeuSerGInMetTrpl leGlyAspLysLysGlnLeuLeuThrProLeuArgAspGinPheThrArgA
3001 CACCGCTGGATAACGACATTGGCGTAAGTGAAGCGACCCGCATTGACCCTAACGCCTGGGTCGAACGCTGGAAGGCGGCGGGCCATTACCAGGCCGAAGC
820F laProLeuAspAsnAspl leGlyValSerGluAlaThrArgl leAspProAsnAlaTrpValGluArgTrpLysAlaAlaGlyHisTyrGInAlaGluAl
3101 AGCGTTGTTGCAGTGCACGGCAGATACACTTGCTGATGCGGTGCTGATTACGACCGCTCACGCGTGGCAGCATCAGGGGAAAACCTTATTTATCAGCCGG
853F aAlaLeuLeuGInCysThrAlaAspThrLeuAlaAspAlaValLeul leThrThrAlaHisAlaTrpGInHisGInGlyLysThrLeuPhel leSerArg
3201 AAAACCTACCGGATTGATGGTAGTGGTCAAATGGCGATTACCGTTGATGTTGAAGTGGCGAGCGATACACCGCATCCGGCGCGGATTGGCCTGAACTGCC
887F LysThrTyrArgl leAspGlySerGlyGinMetAlal leThrValAspValGluValAlaSerAspThrProHisProAlaArgl leGlyLeuAsnCysG
3301 AGCTGGCGCAGGTAGCAGAGCGGGTAAACTGGCTCGGATTAGGGCCGCAAGAAAACTATCCCGACCGCCTTACTGCCGCCTGTTTTGACCGCTGGGATCT
920F InLeuAlaGInValAlaGluArgValAsnTrpLeuGlyLeuGlyProGInGluAsnTyrProAspArgLeuThrAlaAlaCysPheAspArgTrpAsplLe
3401 GCCATTGTCAGACATGTATACCCCGTACGTCTTCCCGAGCGAAAACGGTCTGCGCTGCGGGACGCGCGAATTGAATTATGGCCCACACCAGTGGCGCGGC
953F uProLeuSerAspMetTyrThrProTyrValPheProSerGluAsnGlyLeuArgCysGlyThrArgGluLeuAsnTyrGlyProHisGInTrpArgGly
3501 GACTTCCAGTTCAACATCAGCCGCTACAGTCAACAGCAACTGATGGAAACCAGCCATCGCCATCTGCTGCACGCGGAAGAAGGCACATGGCTGAATATCG
987F AspPheGInPheAsnl leSerArgTyrSerGInGInGlnLeuMetGluThrSerHisArgHisLeuLeuHisAlaGluGluGlyThrTrpLeuAsnl leA




3601 ACGGTTTCCATATGGGGATTGGTGGCGACGACTCCTGGAGCCCGTCAGTATCGGCGGAATTACAGCTGAGCGCCGGTCGCTACCATTACCAGTTGGTCTG

1020k spGlyPheHisMetGlyl leGlyGlyAspAspSerTrpSerProSerValSerAlaGluLeuGlnLeuSerAlaGlyArgTyrHisTyrGlnLeuValTr
EcoRI (3727)

3701 GTGTCAAAAATAATAATCTAGTCGAGAATTCGCTAGCTCGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAAT

1053k pCysGinLyseee

3801 GCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAAC

Swal (3998)

3901 AACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTAGATCCATTTAAA
»

o

Pacl (4008
4001 TGTTAATTAACTAGCCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCT

4101 TTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGG

4201 TAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCT

4301 CGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGG

4401 TCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGC

4501 TTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTA

4601 TAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTT

Pacl (4748)
4701 TTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTCACATGTTCTTAATTAAATTTTTCAAAAGTAGTTGACAATTAATCATCGGCATAGTATATCGGCATA
»

4801 GTATAATACGACTCACTATAGGAGGGCCATCATGGCCAAGTTGACCAGTGCTGTCCCAGTGCTCACAGCCAGGGATGTGGCTGGAGCTGTTGAGTTCTGG
»

4901 ACTGACAGGTTGGGGTTCTCCAGAGATTTTGTGGAGGATGACTTTGCAGGTGTGGTCAGAGATGATGTCACCCTGTTCATCTCAGCAGTCCAGGACCAGG

5001 TGGTGCCTGACAACACCCTGGCTTGGGTGTGGGTGAGAGGACTGGATGAGCTGTATGCTGAGTGGAGTGAGGTGGTCTCCACCAACTTCAGGGATGCCAG

5101 TGGCCCTGCCATGACAGAGATTGGAGAGCAGCCCTGGGGGAGAGAGTTTGCCCTGAGAGACCCAGCAGGCAACTGTGTGCACTTTGTGGCAGAGGAGCAG

Pacl (5257
5201 GACTGAGGATAAGAATTGTAACAAAAAACCCCGCCCCGGCGGGGTTTTTTGTTAATTAA
—_—



