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PRODUCT INFORMATION

Content:

- 20 pg of pSELECT-puro-mcs plasmid provided as lyophilized DNA
- 4 pouches of E. coli Fast-Media® Puro (2 TB and 2 Agar)

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 E. coli Fast-Media® Puro at room temperature. Fast-Media® pouches
are stable 18 months when stored properly.

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.

Note: The use of the late SV40 polyA allows you to silence your gene of
interst by using the ready-made psiRNA-SV40pA (#psirna3gz21-
sv40pa), a plasmid expressing a short hairpin siRNA targeting the late
SV40 polyA.

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’ - SgrA 1, Sal 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®.

e 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.

* Puro: Resistance to Puromycin is conferred by the Pac gene from
Streptomyces which encodes a N-acetyl-transferase. The Pac gene is
driven by the CMV enhancer/promoter in tandem with the bacterial EM7
promoter allowing selection in both mammalian cells and E. coli.

* 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 ug/ul, resuspend the DNA in 20 ul
of sterile H,O. Store resuspended plasmid at -20°C.

Selection of bacteria with E. coli Fast-Media

Fast-Media® is a fast and convenient way to prepare liquid and solid
media for bacterial culture by using only a microwave. Fast-Media® is a
TB (liquid) or LB (solid) based medium that already contains the
antibiotic.

Fast-Media® Puro can be ordered separately [#fas-pr-1 (liquid), #fas-pr-s
(solid)].

Method:

1- Pour the contents of a Fast-Media® 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.
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NotI (2)
1 GCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACA
Sgfl (176)
101 AAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAAGGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCA

201 GAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATG

301 TCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAG

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

501
601
Sall (726) Eco47II1 (740) Nhel (756)
SgrAl (718) BamHI (732) Ncol (750)
701 CTGAGATCACCGGCGTGTCGACGGATCCAGCGCTCTGCAGCCATGGGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAA

»

Hpal (896)
801 ACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACA

EcoRI (990)
901 ACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTCTAAAA

1001 TACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGC

1101 ATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCA

Swal (1246)
1201 CTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGC

1301 TCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTCA

Pvull (1465)
1401 GGTTTAAGCTCCAGGCTTCCTTGTCATGCACCAAGTTCTTGGGCCTTCTGGAACCTCAACATCAGCTGTCACAGTGAATCCCAGTCTTTCATAAAAAGGC
2004 eeeA| aGlyProLysArgThrMetCysTrpThrArgProGlyGluProVal GluValAspAl aThr Val Thr PheGl yLeuArgGl uTyrPheP roL
1501 AGGTTTCTGGGAGCAGAAGTTTCCAGAAAGGCAGGAACTCCAGCCCTTTCAGCAGCTTCAACTCCAGGCAGAACAACAGCAGATCCCAGACCCTTTCCCT
1674 euAsnArgProAl aSer Thr GluLeuPheAl aProVal Gl yAl aArgGl uAl aAl aGluVal Gl yProLeuVal ValAl aSer Gl yLeuGl yLysGl yGl
1601 GGTGGTCAGGGCTCACTCCAACAGTTGCCAGAAACCAAGCTGGCTCTTTTGGCCTGTGTGGTGCCAGCAGACCTTCCATTTGTTGTTGTGCTGCCAGCCT
1344 nHisAspProSer Val GlyVal Thr Al aLeuPheTrpAl aProGluLysProArgHi sProAl aLeuLeuGl yGl uMetGI nGI nGl nAl aAl aLeuArg
1701 GCTTCCAGAGAGCTCAGCCATTCTTGGTCCAATTTCAGCAAAAACAGCACCAGCTTCAACAGACTCAGGTGTTGTCCAAACTGCAACAGCAGCTCCATCA
1014 Ser Gl ySer LeuGl uAl aMe tArgProGlyl | eGl uAl aPheValAl aGl yAl aGluVal Ser Gl uProThr Thr TrpValAl aVal Al aAl aGl yAspA
1801 TCTGCAACCCAAACTTTTCCAATGTCCAGTCCCACTCTGGTGAGGAAGAGTTCTTGCAGTTCTGTCACCCTCTCAATGTGCCTGTCAGGGTCAACTGTGT
674spAlaVal TrpValLysGlyl |l eAspLeuGlyValArgThr LeuPhelLeuGl uGlnLeuGluThrValArgGlul |l eHi sArgAspProAspVal Thr Hi
1901 GCCTTGTTGCAGGGTAGTCTGCAAAAGCAGCAGCCAGTGTTCTCACAGCTCTTGGAACATCATCTCTGGTTGCCAGCCTCACTGTGGGTTTGTACTCAGT
344 sArgThrAlaProTyrAspAl aPheAl aAl aAl aLeuThrArgValAl aArgProVal AspAspArgThrAlalLeuArgVal ThrProLysTyrGluThr
Asel (2059)
2001 CATGGTGGCCCTCCTATAGTGAGTCGTATTATACTATGCCGATATACTATGCCGATGATTAATTGTCAA
14 Me t <
2101

2201

2301

2401

2501

Pacl (2636) BspLUI11I (2642)
2601 AAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCG

-

2701 TTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTC

2801 CCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAG

2901 CTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGT

3001 AACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTA

3101 CAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGG

3201 TAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCT

Pacl (3376) Swal (3384)
3301 TTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACATTTAAATCA




