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PRODUCT INFORMATION

Content:

- 20 ug of pSELECT-zeo-mcs plasmid provided as lyophilized DNA

- 1 ml of Zeocin™ (100 mg/ml)

Storage and Stability:

Product is shipped at room temperature. Lyophilized DNA is stable for 12
months when stored at - 20°C. Resuspended DNA is stable for 12 months
when stored at -20°C. Avoid repeated freeze-thaw cycles.

Store Zeocin™ at 4 °C or at -20 °C. The expiry date is specified on the
product label.

Quality control:

Plasmid construct has been confirmed by restriction analysis and
sequencing. Plasmid DNA was purified by ion exchange chromatography
and lyophilized.

GENERAL PRODUCT USE
pSELECT plasmids are specifically designed for strong and

constitutive expression of a gene of interest in a wide variety of cell lines.
They allow the selection of stable transfectants and offer a
variety of selectable markers. pSELECT plasmids contain two
expression cassettes: the first drives the expression of the gene of
interest and the second drives the expression of a large choice of
dominant selectable markers for both E. coli and mammalian cells.
They are both terminating with a strong polyadenylation signal
(polyA) that separates the two expression cassettes thus preventing
any transcription interference. The late SV40 polyA terminates
the transcription of the gene of interest while the human B-globin polyA
terminates the transcription of the selectable marker.

PLASMID FEATURES

First expression cassette

* hEF1-HTLYV prom is a composite promoter comprising the Elongation
Factor-1a (EF-1a.) core promoter' and the R segment and part of the U5
sequence (R-US5’) of the Human T-Cell Leukemia Virus (HTLV) Type 1
Long Terminal Repeat’. The EF-1a promoter exhibits a strong activity
and yields long lasting expression of a transgene in vivo. The R-U5’ has
been coupled to the EF-1o. core promoter to enhance stability of RNA.

* MCS: The multiple cloning site contains the following restriction sites:
5" - Sal I, SgrA I, BamH I, Eco47 III, Nco I, Nhe I - 3”

Each restriction site is compatible with many other enzymes, increasing
the cloning options.

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

* Ori: a minimal E. coli origin of replication to limit vector size, but with
the same activity as the longer Ori.

Second expression cassette

* CMYV enh/prom: The human cytomegalovirus immediate-early gene 1
promoter/enhancer was originally isolated from the Towne strain and was
found to be stronger than any other viral promoters.

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

e Zeo: Resistance to Zeocin™ is conferred by the Sh ble gene from
Streptoalloteichus hindustanus The Sh ble gene is driven by the CMV
enhancer/promoter in tandem with the bacterial EM7 promoter allowing
selection in both mammalian cells and E. coli.

e BGlo pAn: The human beta-globin 3’UTR and polyadenylation
sequence allows efficient arrest of the transgene transcription®.

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.

Zeocin™ usage
This antibiotic can be used for E. coli at 25 pg/ml in liquid or solid media
and at 50-200 pg/ml to select Zeocin™-resistant mammalian cells.
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NotI (2)

1 GCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACA
Sgfl (176)

101 AAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAAGGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCA

Mfel (248)
201 GAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATG

301 TCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAG

HindIII (411)
Pvull (407) Bsu36I (458)
401 AACACAGCTGAAGCTTCGAGG

501
NgoMI (607)
601
BamHI (732) Nhel (756)
SgrAl (718) Sall (726) Eco47II1 (740)Ncol (750)
701 CTGAGATCAccggcgtgtcgacggatccagecgectctgcagCCATGGGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAA
Hpal (896)

801 ACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACA

Mfel (905) EcoRI (990)
901 ACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTCTAAAA

- -

1001 TACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGC

1101 ATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCA

Sspl (1231) Swal (1246)
1201 CTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGC

1301 TCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTA
3274 eoe
1401 TCCTCAGTCCTGCTCCTCTGCCACAAAGTGCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCCCGCCCCCACGGCTGCTCGCCGATCTCGGTCATG
1264GlyeeeAspGInGl uGluAl aVal PheHisVal CysAsnGl yAl aProAspArgLeuAl aPheGl uArgGlyTrpProGInGluGlyl | eGl uThr Me tA
1501 GCCGGCCCGGAGGCGTCCCGGAAGTTCGTGGACACGACCTCCGACCACTCGGCGTACAGCTCGTCCAGGCCGCGCACCCACACCCAGGCCAGGGTGTTGT
9241 aProGlySerAl aAspArgPheAsnThr Ser Val Val GluSer TrpGl uAl aTyrLeuGl uAspLeuGl yArgVal TrpVal TrpAl aLeuThrAsnAs
SgrAl (1659) Smal (1687)

1601 CCGGCACCACCTGGTCCTGGACCGCGCTGATGAACAGGGTCACGTCGTCCCGGACCACACCGGCGAAGTCGTCCTCCACGAAGTCCCGGGAGAACCCGAG
594pProVal Val GInAspGlnValAlaSer | | ePheLeuThr Val AspAspArgVal Val Gl yAl aPheAspAspGluVal PheAspArgSer PheGlyLeu
1701 CCGGTCGGTCCAGAACTCGACCGCTCCGGCGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTGGCCATGATGGCCCTCCTATAGTGAGTC
264ArgAspThr TrpPheGluValAl aGl yAl aValAspArgAlaThrLeuValProValAlaSer Thr LeuLysAl aMe t-=
Asel (1834) Sacl (1894)

1801 GTATTATACTATGCCGATATACTATGCCGATGATTAATTGTCAA

)

Spel (1988)

1901
2001
SnaBI (2118)
2101
Ndel (2222)
2201
Sdal (2404)
2301
Pacl (2411)  BspLU11I (2417)
2401 AAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTG

-t

2501 ACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTC

2601 TCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCG

2701 GTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGG

2801 TAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAA

2901 CTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACC

3001 ACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACG

Pacl (3151)  Swal (3159)
3101 CTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACATTTAAATCA
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