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PRODUCT INFORMATION

Content:

- 1 disk of lyophilized GT100 E. coli bacteriatransformed by a pDRIVE plasmid.
- GT100 genotype is. F-, mcrA, A(mrr-hsdRMS-merBC), @80lacZAM15,
AlacX74, recAl, endAl.

- 4 pouches of E. coli FastMedia™ 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 FastMedia™ Zeo at room temperature. FastMedia™ is stable
18 months when stored properly.

Quality control:

- 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. pPDRIVE may be used to:

- Subclone a promoter of interest into another vector. Unique restriction
sites are present at each end of the promoter allowing convenient excision.
The5'sitesinclude Sdal, Pt I, and Spel. Sda | iscompatiblewithNs | andPst |.
Foe | iscompatible with Avr I, Nhe | and Xba |. The 3'restriction site is Nco |
which includes the ATG start codon, and is compatible with BspH | and
BspLU111.

- Comparetheactivity of different promoter sin transent 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 | and
EcoR ) for easy replacement with a different gene of interest.

PROMOTER CHARACTERISTICS

Element Name Qrigin Size bp

Promoter GRP78 Human 310

5'UTR GRP78 Human 221

Enhancer - - -
GRP78 promoter

The glucose-regulated protein 78 (GRP78) functions as molecular chaperone.
It is expressed congtitutively in the endoplasmic reticulum in most cell types
under normal growth conditions and are highly induced in stressed cells.
Inducing factors are cellular environments of low glucose or oxygen and
reagents that disrupt the ER function such as calcium ionophores.

The GRP78 promoter isknown to retain its strong activity in differentiated and
undifferentiated tissues'. Furthermore it has been demonstrated that in vivo, the
GRP78 promoter can increase the expression levels of HSV-tk inside tumors
resulting in complete eradication of tumor mass, with no recurrence of tumor
growth?.

PLASMID FEATURES

* LacZ geneencodes [3-gd actosidase an enzyme thet catayzes the hydrolysisof X-
Gd, producing a blue precipitate that can be easily visualized under amicroscope.
* SV40 pAn: The Simian Virus 40 late polyadenylation signa enables efficient
cleavage and polyadenylation reactions resulting in high levels of steady-state
mRNA.

* Ori pMB1isaminima 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 genein E. coli.

» Sh ble gene confers zeocin resistance therefore allowing the selection of
transformed E. coli carrying apDRIVE 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 FastMedia™ Zeo agar provided (see below).

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

4- |solate a single colony and grow the bacteriain TB supplemented with
zeocin using the FastMedia™ Zeo liquid provided (see below).

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

Selection of bacteriawith E. coli FastMedia™ Zeo:

E. coli FastMedia™ Zeo isa new, fast and convenient way to prepare liquid
and solid media for bacterial culture by using only a microwave. E. coli
FastMedia™ ZeoisaTB (liquid) or LB (solid) based medium with zeocin, and
contains stabilizers.

E. coli FastMedia™ 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 FastM edia™.

4- Swirl gently to mix the preparation. Be car eful, the bottle and media are hot,
use heatproof padsor glovesand carewhen handling.

5- Reheat the mediafor 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 FastMedia™ as the antibiotic will be permanently
destroyed by the procedure.

References:
1- Kim et al. (1990). Differentiation 42:153-9.
2. Gazit G. et al. (1999). Cancer Res59: 3100-6

TECHNICAL SUPPORT

Toll free (US): 888-457-5873
Outside US: (+1) 858-457-5873
E-mail: info@invivogen.com
Website: www.invivogen.com
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Pstl (7) Spel (14)
1 CCTGCAGGGCCCACTAGTGCGGTTACCAGCGGAAATGCCTCGGGGTCAGAAGTCGCAGGAGAGATAGACAGCTGCTGAACCAATGGGACCAGCGGATGGG

101 GCGGATGTTATCTACCATTGGTGAACGTTAGAAACGAATAGCAGCCAATGAATCAGCTGGGGGGGCGGAGCAGTGACGTTTATTGCGGAGGGGGCCGCTT

201 CGAATCGGCGGCGGCCAGCTTGGTGGCCTGGGCCAATGAACGGCCTCCAACGAGCAGGGCCTTCACCAATCGGCGGCCTCCACGACGGGGCTGGGGGAGG

301 GTATATAAGCCGAGTAGGCGACGGTGAGGTCGACGCCGGCCAAGACAGCACAGACAGATTGACCTATTGGGGTGTTTCGCGAGTGTGAGAGGGAAGCGCC

401 GCGGCCTGTATTTCTAGACCTGCCCTTCGCCTGGTTCGTGGCGCCTTGTGACCCCGGGCCCCTGCCGCCTGCAAGTCGGAAATTGCGCTGTGCTCCTGTG

Ncol (548

501 CTACGGCCTGTGGCTGGACTGCCTGCTGCTGCCCAACTGGCTGGCACCATéGGGzGTTCTCATCATCATCATCATCATGGTATGGCTAGCATGACTGGTG
B+ MetGlyGlySerHisHisHisHisHisHisGlyMetAlaSerMetThrGlyG

601 GACAGCAAATGGGTCGGGATCTGTACGACGATGACGATAAGGTACCTAAGGATCAGCTTGGAGTTGATCCCGTCGTTTTACAACGTCGTGACTGGGAAAA
18F lyGInGInMetGlyArgAspLeuTyrAspAspAspAspLysValProLysAspGlnLeuGlyValAspProValValLeuGInArgArgAspTrpGluAs
701 CCCTGGCGTTACCCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTG
51k nProGlyValThrGInLeuAsnArgLeuAlaAlaHisProProPheAlaSerTrpArgAsnSerGluGluAlaArgThrAspArgProSerGinGlinLeu
801 CGCAGCCTGAATGGCGAATGGCGCTTTGCCTGGTTTCCGGCACCAGAAGCGGTGCCGGAAAGCTGGCTGGAGTGCGATCTTCCTGAGGCCGATACTGTCG
85F ArgSerLeuAsnGlyGluTrpArgPheAlaTrpPheProAlaProGluAlaValProGluSerTrpLeuGluCysAspLeuProGluAlaAspThrvalVv
901 TCGTCCCCTCAAACTGGCAGATGCACGGTTACGATGCGCCCATCTACACCAACGTAACCTATCCCATTACGGTCAATCCGCCGTTTGTTCCCACGGAGAA
118F alvalProSerAsnTrpGlnMetHisGlyTyrAspAlaProl leTyrThrAsnValThrTyrProl leThrValAsnProProPheValProThrGluAs
1001 TCCGACGGGTTGTTACTCGCTCACATTTAATGTTGATGAAAGCTGGCTACAGGAAGGCCAGACGCGAATTATTTTTGATGGCGTTAACTCGGCGTTTCAT
151 nProThrGlyCysTyrSerLeuThrPheAsnValAspGluSerTrpLeuGInGluGlyGInThrArgl lel lePheAspGlyValAsnSerAlaPheHis
1101 CTGTGGTGCAACGGGCGCTGGGTCGGTTACGGCCAGGACAGTCGTTTGCCGTCTGAATTTGACCTGAGCGCATTTTTACGCGCCGGAGAAAACCGCCTCG
185F LeuTrpCysAsnGlyArgTrpValGlyTyrGlyGInAspSerArgLeuProSerGluPheAspLeuSerAlaPhelLeuArgAlaGlyGluAsnArgLeuA
1201 CGGTGATGGTGCTGCGTTGGAGTGACGGCAGTTATCTGGAAGATCAGGATATGTGGCGGATGAGCGGCATTTTCCGTGACGTCTCGTTGCTGCATAAACC
218F lavalMetValLeuArgTrpSerAspGlySerTyrLeuGluAspGInAspMetTrpArgMetSerGlyl lePheArgAspValSerLeulLeuHisLysPr
1301 GACTACACAAATCAGCGATTTCCATGTTGCCACTCGCTTTAATGATGATTTCAGCCGCGCTGTACTGGAGGCTGAAGTTCAGATGTGCGGCGAGTTGCGT
251k oThrThrGInl leSerAspPheHisValAlaThrArgPheAsnAspAspPheSerArgAlaValLeuGluAlaGluValGinMetCysGlyGluLeuArg
1401 GACTACCTACGGGTAACAGTTTCTTTATGGCAGGGTGAAACGCAGGTCGCCAGCGGCACCGCGCCTTTCGGCGGTGAAATTATCGATGAGCGTGGTGGTT
285F AspTyrLeuArgValThrValSerLeuTrpGInGlyGluThrGlnValAlaSerGlyThrAlaProPheGlyGlyGlul lel leAspGluArgGlyGlyT
1501 ATGCCGATCGCGTCACACTACGTCTGAACGTCGAAAACCCGAAACTGTGGAGCGCCGAAATCCCGAATCTCTATCGTGCGGTGGTTGAACTGCACACCGC
318F yrAlaAspArgValThrLeuArglLeuAsnValGluAsnProLysLeuTrpSerAlaGlul leProAsnLeuTyrArgAlaValValGluLeuHisThrAl
1601 CGACGGCACGCTGATTGAAGCAGAAGCCTGCGATGTCGGTTTCCGCGAGGTGCGGATTGAAAATGGTCTGCTGCTGCTGAACGGCAAGCCGTTGCTGATT
351F aAspGlyThrLeul leGluAlaGluAlaCysAspValGlyPheArgGluValArgl leGluAsnGlyLeulLeulLeuLeuAsnGlyLysProLeuLeul le
1701 CGAGGCGTTAACCGTCACGAGCATCATCCTCTGCATGGTCAGGTCATGGATGAGCAGACGATGGTGCAGGATATCCTGCTGATGAAGCAGAACAACTTTA
385F ArgGlyValAsnArgHisGluHisHisProLeuHisGlyGlnValMetAspGluGInThrMetValGInAspl leLeuLeuMetLysGInAsnAsnPheA
1801 ACGCCGTGCGCTGTTCGCATTATCCGAACCATCCGCTGTGGTACACGCTGTGCGACCGCTACGGCCTGTATGTGGTGGATGAAGCCAATATTGAAACCCA
418F snAlaValArgCysSerHisTyrProAsnHisProLeuTrpTyrThrLeuCysAspArgTyrGlyLeuTyrValValAspGluAlaAsnl leGluThrHi
1901 CGGCATGGTGCCAATGAATCGTCTGACCGATGATCCGCGCTGGCTACCGGCGATGAGCGAACGCGTAACGCGAATGGTGCAGCGCGATCGTAATCACCCG
451F sGlyMetValProMetAsnArgLeuThrAspAspProArgTrpLeuProAlaMetSerGluArgValThrArgMetValGInArgAspArgAsnHisPro
2001 AGTGTGATCATCTGGTCGCTGGGGAATGAATCAGGCCACGGCGCTAATCACGACGCGCTGTATCGCTGGATCAAATCTGTCGATCCTTCCCGCCCGGTGC
485F Serval I lel leTrpSerLeuGlyAsnGluSerGlyHisGlyAlaAsnHisAspAlaLeuTyrArgTrpl leLysSerValAspProSerArgProValG
2101 AGTATGAAGGCGGCGGAGCCGACACCACGGCCACCGATATTATTTGCCCGATGTACGCGCGCGTGGATGAAGACCAGCCCTTCCCGGCTGTGCCGAAATG
518F INTyrGluGlyGlyGlyAlaAspThrThrAlaThrAspl lel leCysProMetTyrAlaArgValAspGluAspGInProPheProAlaValProLysTr
2201 GTCCATCAAAAAATGGCTTTCGCTACCTGGAGAGACGCGCCCGCTGATCCTTTGCGAATACGCCCACGCGATGGGTAACAGTCTTGGCGGTTTCGCTAAA
551F pSerl leLysLysTrpLeuSerLeuProGlyGluThrArgProLeul leLeuCysGluTyrAlaHisAlaMetGlyAsnSerLeuGlyGlyPheAlalLys
2301 TACTGGCAGGCGTTTCGTCAGTATCCCCGTTTACAGGGCGGCTTCGTCTGGGACTGGGTGGATCAGTCGCTGATTAAATATGATGAAAACGGCAACCCGT
585F TyrTrpGIinAlaPheArgGInTyrProArgLeuGInGlyGlyPheValTrpAspTrpValAspGlinSerLeul leLysTyrAspGluAsnGlyAsnProT
2401 GGTCGGCTTACGGCGGTGATTTTGGCGATACGCCGAACGATCGCCAGTTCTGTATGAACGGTCTGGTCTTTGCCGACCGCACGCCGCATCCAGCGCTGAC
618F rpSerAlaTyrGlyGlyAspPheGlyAspThrProAsnAspArgGIinPheCysMetAsnGlyLeuValPheAlaAspArgThrProHisProAlaLeuTh
2501 GGAAGCAAAACACCAGCAGCAGTTTTTCCAGTTCCGTTTATCCGGGCAAACCATCGAAGTGACCAGCGAATACCTGTTCCGTCATAGCGATAACGAGCTC
651F rGluAlaLysHisGInGInGInPhePheGInPheArgLeuSerGlyGInThrl leGluValThrSerGluTyrLeuPheArgHisSerAspAsnGluLeu
2601 CTGCACTGGATGGTGGCGCTGGATGGTAAGCCGCTGGCAAGCGGTGAAGTGCCTCTGGATGTCGCTCCACAAGGTAAACAGTTGATTGAACTGCCTGAAC
685F LeuHisTrpMetValAlaLeuAspGlyLysProLeuAlaSerGlyGluValProLeuAspValAlaProGInGlyLysGlnLeul leGluLeuProGluL
2701 TACCGCAGCCGGAGAGCGCCGGGCAACTCTGGCTCACAGTACGCGTAGTGCAACCGAACGCGACCGCATGGTCAGAAGCCGGGCACATCAGCGCCTGGCA
718F euProGIinProGluSerAlaGlyGinLeuTrpLeuThrValArgValValGIinProAsnAlaThrAlaTrpSerGluAlaGlyHisl leSerAlaTrpGl
2801 GCAGTGGCGTCTGGCGGAAAACCTCAGTGTGACGCTCCCCGCCGCGTCCCACGCCATCCCGCATCTGACCACCAGCGAAATGGATTTTTGCATCGAGCTG
751k nGInTrpArgLeuAlaGluAsnLeuSerValThrLeuProAlaAlaSerHisAlal leProHisLeuThrThrSerGluMetAspPheCysl leGluLeu
2901 GGTAATAAGCGTTGGCAATTTAACCGCCAGTCAGGCTTTCTTTCACAGATGTGGATTGGCGATAAAAAACAACTGCTGACGCCGCTGCGCGATCAGTTCA
785F GlyAsnLysArgTrpGInPheAsnArgGlinSerGlyPhelLeuSerGIinMetTrpl leGlyAspLysLysGinLeuLeuThrProLeuArgAspGinPheT
3001 CCCGTGCACCGCTGGATAACGACATTGGCGTAAGTGAAGCGACCCGCATTGACCCTAACGCCTGGGTCGAACGCTGGAAGGCGGCGGGCCATTACCAGGC
818F hrArgAlaProLeuAspAsnAspl leGlyValSerGluAlaThrArgl leAspProAsnAlaTrpValGluArgTrpLysAlaAlaGlyHisTyrGInAl
3101 CGAAGCAGCGTTGTTGCAGTGCACGGCAGATACACTTGCTGATGCGGTGCTGATTACGACCGCTCACGCGTGGCAGCATCAGGGGAAAACCTTATTTATC
851F aGluAlaAlaLeuLeuGInCysThrAlaAspThrLeuAlaAspAlaVallLeul leThrThrAlaHisAlaTrpGInHisGInGlyLysThrLeuPhel le
3201 AGCCGGAAAACCTACCGGATTGATGGTAGTGGTCAAATGGCGATTACCGTTGATGTTGAAGTGGCGAGCGATACACCGCATCCGGCGCGGATTGGCCTGA
885F SerArgLysThrTyrArgl leAspGlySerGlyGlnMetAlal leThrvValAspValGluValAlaSerAspThrProHisProAlaArgl leGlyLeuA
3301 ACTGCCAGCTGGCGCAGGTAGCAGAGCGGGTAAACTGGCTCGGATTAGGGCCGCAAGAAAACTATCCCGACCGCCTTACTGCCGCCTGTTTTGACCGCTG
918F snCysGlinLeuAlaGInValAlaGluArgValAsnTrpLeuGlyLeuGlyProGInGluAsnTyrProAspArglLeuThrAlaAlaCysPheAspArgTr
3401 GGATCTGCCATTGTCAGACATGTATACCCCGTACGTCTTCCCGAGCGAAAACGGTCTGCGCTGCGGGACGCGCGAATTGAATTATGGCCCACACCAGTGG
951F pAspLeuProLeuSerAspMetTyrThrProTyrValPheProSerGluAsnGlyLeuArgCysGlyThrArgGluLeuAsnTyrGlyProHisGInTrp
3501 CGCGGCGACTTCCAGTTCAACATCAGCCGCTACAGTCAACAGCAACTGATGGAAACCAGCCATCGCCATCTGCTGCACGCGGAAGAAGGCACATGGCTGA
985F ArgGlyAspPheGInPheAsnl leSerArgTyrSerGInGInGlnLeuMetGluThrSerHisArgHisLeuLeuHisAlaGluGluGlyThrTrpLeuA




3601

ATATCGACGGTTTCCATATGGGGATTGGTGGCGACGACTCCTGGAGCCCGTCAGTATCGGCGGAATTACAGCTGAGCGCCGGTCGCTACCATTACCAGTT

1018F snl leAspGlyPheHisMetGlyl leGlyGlyAspAspSerTrpSerProSerValSerAlaGluLeuGIinLeuSerAlaGlyArgTyrHisTyrGinLe
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EcoRI (3733)
GGTCTGGTGTCAAAAATAATAATCTAGTCGAGAATTCGCTAGCTCGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAA

AAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAA

GTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTAGATCCA

[

Pacl (4014)
TTTAAATGTTAATTAACTAGCCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGA

GATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTC

CGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTAC

ATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCG

CAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCG

CCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTA

TCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCG

Pacl (4754)
GCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTCACATGTTCTTAATTAAATTTTTCAAAAGTAGTTGACAATTAATCATCGGCATAGTATATC
GGCATAGTATAATACGACTCACTATAGGAGGGCCATCATGGCCAAGTTGACCAGTGCTGTCCCAGTGCTCACAGCCAGGGATGTGGCTGGAGCTGTTGA
B

GTTCTGGACTGACAGGTTGGGGTTCTCCAGAGATTTTGTGGAGGATGACTTTGCAGGTGTGGTCAGAGATGATGTCACCCTGTTCATCTCAGCAGTCCAG

GACCAGGTGGTGCCTGACAACACCCTGGCTTGGGTGTGGGTGAGAGGACTGGATGAGCTGTATGCTGAGTGGAGTGAGGTGGTCTCCACCAACTTCAGGG

ATGCCAGTGGCCCTGCCATGACAGAGATTGGAGAGCAGCCCTGGGGGAGAGAGTTTGCCCTGAGAGACCCAGCAGGCAACTGTGTGCACTTTGTGGCAGA

Pacl (5263)
GGAGCAGGACTGAGGATAAGAATTGTAACAAAAAACCCCGCCCCGGCGGGGTTTTTTGTTAATTAA
—_— |-




