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PRODUCT INFORMATION

Content:
* 20 ug of pNiFty-Luc provided as lyophilized DNA

Storage and stability:

* Product is shipped at room temperature.

* Lyophilized DNA should be stored at -20°C.

* Resuspended DNA should be stored at -20°C and is stable for 1
year.

uality control:
Plasmid construct has been confirmed by restriction analysis and
sequencing been verified.

GENERAL PRODUCT USE

pNiFty, a family of reporter plasmids expressing a reporter gene
under the control of a minimal promoter inducible by different
transcription factors, either individually or in combination. pNiFty
plasmids are composed of a reporter gene, encoding secreted alkaline
phosphatase (SEAP) or Luc (luciferase), which expression is
controlled by an NF-kB-inducible ELAM-1 composite promoter.
pNiFty is selectable in E. coli only with ampicillin.

PLASMID FEATURES

* NF-kB5-ELAM is an engineered ELAM promoter combining five
NF-kB sites (GGGGACTTTCC) with the proximal ELAM
promoter'. In the absence of NF-kB, the promoter displays no or very
little activity. Induction by NF-kB activates the promoter resulting in
the expression of the Luc gene at levels similar to those obtained with
a strong promoter such as CMV or EF1.

* Luc: The firefly Luc gene encodes luciferase, an enzyme which
interacts with D-luciferin as a chemiluminescent substrate to produce
light emission peaking at 560 nm. This reaction can be measured and
detected simply, rapidly and with good sensitivity by means of a
luminescence-measuring instrument.

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

* Amp: The ampicillin resistance gene allows amplification of the
plasmid in bacteria.

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

1. Schindler U. & Baichwal V., 1994. Three NF-kappa B binding sites in the
human E-selectin gene required for maximal tumor necrosis factor alpha-
induced expression.Mol Cell Biol. 14(9):5820-31.

METHODS

Plasmid resuspension

Quickly spin the tube containing the lyophilized plasmid to pellet the
DNA. To obtain a plasmid solution at 1 pg/ul, resuspend the DNA
in 20 pl of sterile H,O. Store resuspended plasmid at -20 °C.

Plasmid amplification and cloning
Plasmid amplification and cloning can be performed in E. coli GT116
or in other commonly used laboratory E. coli strains, such as DH5a.

Ampicillin usage

Ampicillin (not provided) can be used for E. coli at 50-100 pg/ml in
liquid or solid media.

RELATED PRODUCTS

Product Catalog Code

pNiFty-SEAP pNiFty-seap
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Sgfl (6) EcoRI (15) Pstl (93)
1 GGATCTGCGATCGCTGAATTCTGGGGACTTTCCACTGGGGACTTTCCACTGGGGACTTTCCACTGGGGACTTTCCACTGGGGACTTTCCACT

=

101
Pvull (228) Ncol (282)
201
#Me tGl uAspAl aLysA
301

6FsnlleLysLysGlyProAlaProPheTyrProLeuGl uAspGlyThrAlaGlyGluGlnLeuHisLysAlaMetLysArgTyrAlalLeuValProGlyTh
401
39k r | leAlaPheThrAspAlaHisl|leGluValAsplleThr TyrAlaGluTyrPheGluMetSerValArgLeuAl aGluAl aMetLysArgTyrGlylLeu
501
73FAsnThrAsnHisArgl leVal Val CysSer Gl uAsnSer LeuGl nPhePheMetProVal LeuGl yAl aLeuPhel | eGlyValAlaValAl aProAl aA
SacI (620)
601
106* snAspl | eTyrAsnGluArgGluLeulLeuAsnSer MetGlyl | eSer GInProThr Val Val PheVal SerLysLysGlyLeuGlnLys| | eLeuAsnVa
701
139k | GInLysLysLeuProllelleGlnLysllellelleMetAspSerLysThrAspTyrGlnGlyPheGlnSerMetTyrThrPheVal Thr SerHisLeu
801
173k ProProGlyPheAsnGluTyrAspPheVal ProGluSer PheAspArgAspLysThr |l eAlalLeul | eMetAsnSer Ser Gl ySer Thr Gl yLeuP roL
901
206k ysGlyValAlaLeuProHisArgThrAlaCysValArgPheSer HisAl aArgAspProl | ePheGlyAsnGInllelleProAspThrAlallelLeuSe
Acc651 (1044)
1001
239k rValValProPheHisHisGl yPheGl yMe tPheThr Thr LeuGlyTyrLeul | eCysGl yPheArgVal Val LeuMetTyrArgPheGl uGluGluLeu
1101
273k PhelLeuArgSerLeuGlnAspTyrLyslleGlnSerAlalLeulLeuValProThr LeuPheSer PhePheAlalLysSer ThrLeul | eAspLysTyrAspL
1201
306k euSerAsnLeuHisGlul | eAl aSer Gl yGl yAl aProLeuSerLysGluVal Gl yGluAlaValAlaLysArgPheHisLeuProGlyl | eArgGlnGl
1301
339k yTyrGlyLeuThr Gl uThr ThrSerAlal leLeul | eThr ProGl uGl yAspAspLysProGlyAlaVal GlyLysVal ValProPhePheGluAlalys
Bsu36I (1496)
1401
373k ValValAspLeuAspThr Gl yLysThr LeuGl yValAsnGl nArgGl yGluLeuCysValArgGlyProMetl | eMetSer Gl yTyrValAsnAsnProG
1501
406F | uAl aThrAsnAlaLeul | eAspLysAspGlyTrpLeuHisSer Gl yAspl | eAl aTyrTrpAspGl uAspGl uHi sPhePhel | eValAspArglLeuly
1601
439k sSerlLeul leLysTyrLysGlyTyrGlnValAlaProAlaGlulLeuGluSer|leLeuLeuGlnHisProAsnllePheAspAlaGlyValAlaGlyLeu
BstEII (1798)
1701
473F ProAspAspAspAl aGl yGluLeuProAl aAlaVal Val Val LeuGl uHisGlyLysThrMetThr GluLysGlul leValAspTyrValAl aSer Gl nV
1801
506k al Thr Thr Al aLysLysLeuArgGlyGlyVal Val PheValAspGluVal ProLysGlyLeuThr Gl yLysLeuAspAl aArgLysl | eArgGlul lelLe
Nhel (1943)
1901 GCTAGCTCGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGC
539k ul leLysAlalLysLysGlyGlyLyslleAlaVal eee
2001 AGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAAT

Hpal (2106)
2101 AAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTA

>

Pacl (2214)
Swal (2205)
2201 GATCCATTTAAATGTTAATTAAAAACCCGCTTCGGCGGGTTTTTTTATGCATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTT

-l

2301 GCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAG

2401 GCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTT

2501 CTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTT

2601 ATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGC

2701 GGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAA

2801 GAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGA

2901 AGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAG

3001 ATCCTTTTAAATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCT
2874 eeeTrpHisLysllelLeuSerAlaGlylleG

3101 CAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAAT
2764 uAlal | eGlnArgAsnArgGl uAspMetThr Al aGlnSer Gl yThr Thr Tyrl leVal Val | | eArgSer ProLysGl yAspProGlyLeuAl aAlalle

3201 GATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCC

24341 1eGlyArgSer Gl yArgGl uGl yAl aGl ySer LysAspAlal | ePheTrpGlyAl aProLeuAl aSerArglLeulLeuProGlyAlaValLysAspAl aG



Asel (3312)
3301 TCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGT
2094 |uMetTrpAspl | eLeuGl nGl nArgSer Al aLeuThr LeuLeuGl uGl yThr LeuLeuLysArgLeuThr Thr Al aMe tAl aVal ProMetThr ThrAs
3401 CACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTT
1764 pArgGl uAspAsnProl | eAl aGl uAsnLeuGl uP roGl uTrpArgAspLeuArgThr Val Hi sAspGl yMe tAsnHi sLeuPheAl aThr LeuGl uLys
3501 CGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGA
1434ProGlyGlylleThr Thr LeuLeuLeuAsnAl aAl aThrAsnAspSer MetThr | | eAl aAl aSer CysLeuGl uArgVal Thr MetGl yAspThr LeuH
3601 TGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCG
1094 isLysGluThrValProSer TyrGluVal LeuAspAsnGlnSer TyrHis| | eArgArgGlyLeuGl nGl uGI nGl yAl aAspl | eArgSer LeuValAl
Xmnl (3736)
3701 CGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTA
764aGlyCysLeulLeuValLysPheThr Ser MetMe tProPheArgGl uGl uProArgPheSer GluLeul | eLysGl ySerAsnLeuAspLeuGlul leTyr
3801 ACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATA
434GlyValArgAl aGlyLeuGl nAspGl uAl aAspLysVal LysValLeuThr Gl uProHi sAl aPheVal ProLeuCysPheAl aAl aPhePheProl | el
3901 AGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATTTGAAT
94 euAlaValArgPheHisGlInlleSerMet
4001 GTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTGACGTCTAAGAAACCATTATTATCATGACATTAACCTATAA
4101 AAATAGGCGTATCACGAGGCCCTTTCGTCTCGCGCGTTTCGGTGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTTGTCTG
4201 TAAGCGGATGCCGGGAGCAGACAAGCCCGTCAGGGCGCGTCAGCGGGTGTTGGCGGGTGTCGGGGCTGGCTTAACTATGCGGCATCAGAGCAGATTGTAC
NotI (4361)
4301 TGAGAGTGCACCATATGGATCTCGATAACAAAAAACCCCGCCCCGGCGGGGTTTTTTGTTAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGT
4401 GTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGC
4501 AGGTGCCAGAACATTTCTCTATCGAA
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