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PRODUCT INFORMATION
Content:
-20 pg of pPSELECT-GFPzeo-LacZ plasmid provided as lyophilized

DNA
- 1 ml of Zeocin™ (100 mg/ml)

Storage and Stability:

Product is shipped at room temperature. Lyophilized DNA should be
resuspended upon receipt and stored at - 20°C.

Resuspended DNA is stable more than one year at -20°C.

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.
pSELECT-LacZ plasmids can be used as control vectors or for cloning of
an open reading frame, as the LacZ gene is flanked by two unique
restriction sites: Nco I at the 5’ end that encompasses the Start codon, and
Nhe I at the 3’end.

PLASMID FEATURES
First expression cassette

¢ hEF1-HTLV 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-lo. promoter exhibits a strong activity
and yields long lasting expression of a transgene in vivo. The R-U5’ has
been coupled to the EF-1a core promoter to enhance stability of RNA.

e LacZ: The E. coli lacZ gene codes for the enzyme B-galactosidase
which catalyzes the hydrolysis of the substrate X-Gal to produce a blue
color that is 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®.

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

Second expression cassette

¢ CMV 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.

« EC2K is a bacterial promoter that enables the constitutive expression of
the Zeocin® resistance gene in E. coli. The EC2K promoter is located
within an intron between the GFP and Zeocin™ resistance genes.

* GFP::zeo is a fusion gene that encodes a red-shifted variant of the
jellyfish GFP and resistance to the Zeocin™. This GFP hybrid protein
absorbs blue light (major peak at 480 nm) and emits green light (major
peak at 505 nm).

* 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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Notl (-1)
1 GCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGARAACA

Sofl (171)

101 AAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAAGGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCA

201 GAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAARAGTGATG

301 TCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAG

HindII1 (410)

401 AACACAGCTGAAGCTTCGAGG

501

601

Ncol (725)
Kasl (700) Agel (717)
701 CTGAGATCAccggtcacCATGGACCCTGTTGTGCTGCAAAGGAGAGACTGGGAGAACCCTGGAGTGACCCAGCTCAACAGACTGGCTGCCC
E— I* M DPVVLQRRDWENPGVYVY TQLNRTLAA
801 ACCCTCCCTTTGCCTCTTGGAGGAACTCTGAGGAAGCCAGGACAGACAGGCCCAGCCAGCAGCTCAGGTCTCTCAATGGAGAGTGGAGGTTTGCCTGGTT
25 H P P FASWRNSEEARTDRPSQQLRSLNGEMWRTFAWTF
901 CCCTGCCCCTGAAGCTGTGCCTGAGTCTTGGCTGGAGTGTGACCTCCCAGAGGCTGACACTGTTGTGGTGCCCAGCAACTGGCAGATGCATGGCTATGAT
ss# PAPEAVPESWLECDLPEADTVVVPSNWQMHGYD
1001 GCCCCCATCTACACCAATGTCACCTACCCCATCACTGTGAACCCCCCTTTTGTGCCCACTGAGAACCCCACTGGCTGCTACAGCCTGACCTTCAATGTTG

2FAP I Y TNV TYPI TVNPPFVPTENPTGCYSLTTFNV
1101 ATGAGAGCTGGCTGCAAGAAGGCCAGACCAGGATCATCTTTGATGGAGTCAACTCTGCCTTCCACCTCTGGTGCAATGGCAGGTGGGTTGGCTATGGCCA
12sD E SWLQEGQTRI I FDGVNSAFHLWCNGRWYGY GAQ

1201 AGACAGCAGGCTGCCCTCTGAGTTTGACCTCTCTGCCTTCCTCAGAGCTGGAGAGAACAGGCTGGCTGTCATGGTGCTCAGGTGGTCTGATGGCAGCTAC

1s8# DS R LPSEFDLSATFLRAGENRLAVMVYLRWSDGS Y
BspLU11l (1313)

1301 CTGGAAGACCAAGACATGTGGAGGATGTCTGGCATCTTCAGGGATGTGAGCCTGCTGCACAAGCCCACCACCCAGATTTCTGACTTCCATGTTGCCACCA
192 LEDQDMWRMSG I FRDVSLLHKPTTQI!I SDFHVAT

1401 GGTTCAATGATGACTTCAGCAGAGCTGTGCTGGAGGCTGAGGTGCAGATGTGTGGAGAACTCAGAGACTACCTGAGAGTCACAGTGAGCCTCTGGCAAGG
22s R FN DD FSRAVLEAEVQMCGETLRDYLRVYTVSLWRO QG

1501 TGAGACCCAGGTGGCCTCTGGCACAGCCCCCTTTGGAGGAGAGATCATTGATGAGAGAGGAGGCTATGCTGACAGAGTCACCCTGAGGCTCAATGTGGAG
258 E TQVASGTAPFGGET I I DERGGYADRVYTLRLNVE

1601 AACCCCAAGCTGTGGTCTGCTGAGATCCCCAACCTCTACAGGGCTGTTGTGGAGCTGCACACTGCTGATGGCACCCTGATTGAAGCTGAAGCCTGTGATG
22 NPKLWSAEIPNLYRAVVELHTADGTTLIEAEATCTD

1701 TTGGATTCAGAGAAGTCAGGATTGAGAATGGCCTGCTGCTGCTCAATGGCAAGCCTCTGCTCATCAGGGGAGTCAACAGGCATGAGCACCACCCTCTGCA
32s W G FREVR I ENGLLLVLNGKPLLIRGVYVNRHETHEHTPTLH

EcoRV (1834) Xmnl (1854)
1801 TGGACAAGTGATGGATGAACAGACAATGGTGCAAGATATCCTGCTAATGAAGCAGAACAACTTCAATGCTGTCAGGTGCTCTCACTACCCCAACCACCCT
358 GQVMDEQTMV QDI LLMKQNNTFNAVRCSHYFPNHTP
1901 CTCTGGTACACCCTGTGTGACAGGTATGGCCTGTATGTTGTTGATGAAGCCAACATTGAGACACATGGCATGGTGCCCATGAACAGGCTCACAGATGACC
32PLWY TLCDRYGLYVVDEANIETHGMVYPMNRTLTDD
2001 CCAGGTGGCTGCCTGCCATGTCTGAGAGAGTGACCAGGATGGTGCAGAGAGACAGGAACCACCCCTCTGTGATCATCTGGTCTCTGGGCAATGAGTCTGG
42sP RW L P AMSERVY TRMVYQRDRNHPSV I I WSLGNES SSG
2101 ACATGGAGCCAACCATGATGCTCTCTACAGGTGGATCAAGTCTGTTGACCCCAGCAGACCTGTGCAGTATGAAGGAGGTGGAGCAGACACCACAGCCACA
4ss* HGANHDALYRWIKSVDPSRPVQYEGGGADTTAT
2201 GACATCATCTGCCCCATGTATGCCAGGGTTGATGAGGACCAGCCCTTCCCTGCTGTGCCCAAGTGGAGCATCAAGAAGTGGCTCTCTCTGCCTGGAGAGA
42 D 1 1 CPMYARVDEDQPFPAVPKWS I KKWLSTLPGE
2301 CCAGACCTCTGATCCTGTGTGAATATGCACATGCAATGGGCAACTCTCTGGGAGGCTTTGCCAAGTACTGGCAAGCCTTCAGACAGTACCCCAGGCTGCA
s2sk T RP L I LCEYAHAMGNSLGGFAKYWQATFRQYPRTLDQ
2401 AGGAGGATTTGTGTGGGACTGGGTGGACCAATCTCTCATCAAGTATGATGAGAATGGCAACCCCTGGTCTGCCTATGGAGGAGACTTTGGTGACACCCCC
sssf G GFVWDWVDQSLIKYDENGNPWSAYGGDTFGDTP
2501 AATGACAGGCAGTTCTGCATGAATGGCCTGGTCTTTGCAGACAGGACCCCTCACCCTGCCCTCACAGAGGCCAAGCACCAGCAACAGTTCTTCCAGTTCA
592 NDRQFCMNGLVY FADRTPHPALTEAKHOQQQFTFRQF
2601 GGCTGTCTGGACAGACCATTGAGGTGACATCTGAGTACCTCTTCAGGCACTCTGACAATGAGCTCCTGCACTGGATGGTGGCCCTGGATGGCAAGCCTCT
62s) R L S GQ T I EV TSEYLFRHSDNETLLHWMYVALDGTKTP.L
2701 GGCTTCTGGTGAGGTGCCTCTGGATGTGGCCCCTCAAGGAAAGCAGCTGATTGAACTGCCTGAGCTGCCTCAGCCAGAGTCTGCTGGACAACTGTGGCTA
6ssb A S GEV P LDV APQGKI QLIELPELPQQPESAGQLWL
2801 ACAGTGAGGGTGGTTCAGCCCAATGCAACAGCTTGGTCTGAGGCAGGCCACATCTCTGCATGGCAGCAGTGGAGGCTGGCTGAGAACCTCTCTGTGACCC
62 TV RV V QPNATAWSEAGHISAWQQWRLAENTLSVT
2901 TGCCTGCTGCCTCTCATGCCATCCCTCACCTGACAACATCTGAAATGGACTTCTGCATTGAGCTGGGCAACAAGAGATGGCAGTTCAACAGGCAGTCTGG
72#L P AASHA I PHLTTSEMDTFCIELGNEKRWOQFNRQOQSG
3001 CTTCCTGTCTCAGATGTGGATTGGAGACAAGAAGCAGCTCCTCACCCCTCTCAGGGACCAATTCACCAGGGCTCCTCTGGACAATGACATTGGAGTGTCT
756 F L SQMW I GDKKQLLTPLRDQFTRAPLDNINDI GV S
3101 GAGGCCACCAGGATTGACCCAAATGCTTGGGTGGAGAGGTGGAAGGCTGCTGGACACTACCAGGCTGAGGCTGCCCTGCTCCAGTGCACAGCAGACACCC
792 E A TR I DPNAWVYERWKAAGHYQAEAALLOQCTADT
3201 TGGCTGATGCTGTTCTGATCACCACAGCCCATGCTTGGCAGCACCAAGGCAAGACCCTGTTCATCAGCAGAAAGACCTACAGGATTGATGGCTCTGGACA
g2sk L ADAV L I TTAHAWQHOQGKTLTFISRKTYRIDGSGRQ



3301 GATGGCAATCACAGTGGATGTGGAGGTTGCCTCTGACACACCTCACCCTGCAAGGATTGGCCTGAACTGTCAACTGGCACAGGTGGCTGAGAGGGTGAAC
gssk M A I TVDVEVASDTPHPARIGLNCOQLAQVATETRVN
BsrGl (3485)

BspLUL1l (3482)
3401 TGGCTGGGCTTAGGCCCTCAGGAGAACTACCCTGACAGGCTGACAGCTGCCTGCTTTGACAGGTGGGACCTGCCTCTGTCTGACATGTACACCCCTTATG

892FWLGLGPQENYPDRLTAACFDRWDLPLSDMYTPY
3501 TGTTCCCTITCTGAGAATGGCCTGAGGTGTGGCACCAGGGAGCTGAACTATGGTCCTCACCAGTGGAGGGGAGACTTCCAGTTCAACATCTCCAGGTACTC
925*VFPSENGLRCGTRELNYGPHQWRGDFQFNISRYS
3601 TCAGCAACAGCTCATGGAAACCTCTCACAGGCACCTGCTCCATGCAGAGGAGGGAACCTGGCTGAACATTGATGGCTTCCACATGGGCATTGGAGGAGAT
958*QQQLMETSHRHLLHAEEGTWLNIDGFHMGIGGD
Acc651 (3749) Nhel (3790)
3701 GACTCTTGGTCTCCTTCTGTGTCTGCTGAGTTCCAGTTATCTGCTGGCAGGTACCACTATCAGCTGGTGTGGTGCCAGAAGTAAACCTGAGCTAGCTGGC
992*DSWSPSVSAEFQLSAGRYHYQLVWCQK- -
3801 CAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATT

Hpal (3928)
3901 TGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGCTGTGGGAGGTTTTTTARAGCAAG

EcoRlI (4024)

4001 TAAAACCTCTACAAATGTGGTATGGAATTCTAAAATACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAA

[—]

4101 TAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTT

Swal (4277)
4201 GAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGA

4301 AAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATA

4401 GAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTTAGTCCTGTTCCTCAGCTACAAAATGGACACAATTTCCAGCAGGGTCTCTGAGGGCAAATTCCCTT

Stul (4

Ecol47
4501 CCCCAAGGTTGTTCACCAATTTCTGTCATGGCTGGGCCAGAGGCATCCCTGAAATTTGTGCTGACTACTTCTGACCATTCTGCATARAGCTCATCTAGGC

4601 CTCTGACCCAGACCCAAGCAAGGGTGTTGTCAGGGACAACTTGGTCCTGAACTGCTGAGATGAAGAGGGTGACATCATCTCTGACAACACCAGCAAAATC

Pstl (4786)
4701 ATCTTCAACAAAGTCTCTGGAGAATCCTAATCTGTCAGTCCAGAACTCTACAGCCCCTGCAACATCCCTTGCTGTGAGGACTGGGACTGCAGAAGTGAGT

Asel (4888)
4801 TTGGCCATGATGGCTCCTCctgtcaggagaggaaagagaagaaggttagtacaattgCTATAGTGAGTTGTATTATACTATGCTTATGATTAATTGTCAA
el
Spel (4900) BsrGl (4987)

4901 ACTAGTgggttcatagtgccacttttcctgcactgeccccatctectgeccacccttteccaggcatagacagtcagtgacttac
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Hpal (5336)
5301

5401

BsrGl (5552)
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5701

5801

5901

6001

6101

6201

6301

6401

6501

6601

6701

6801

6901

7001

7101

7201

Spel (6103)

SnaBl (6231)

Ndel (6336)

Pacl (6522)
Pstl (6515)

Sdal (6514) BspLU11l (6532)
TTAATTAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCAT

-

AGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAA

GCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTG

TAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGT

CTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCT

TGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTG

ATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTT

Pacl (7262) Swal (7271)
TCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACATTTAAATCA






