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PRODUCT INFORMATION

Contents:

* 20 pug of pSELECT-zeo-hSEAP provided as lyophilized DNA

¢ 1 ml of Zeocin™ (100 mg/ml)

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 up to 1
year.

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

Quality control:

e Plasmid construct has been confirmed by restriction analysis and
full-length ORF sequencing.

* Plasmid DNA was purified by ion exchange chromatography.

GENERAL PRODUCT USE

pSelect-zeo plasmids contain genes that have been chemically synthesized.
The DNA sequence of these genes was modified by optimizing the codon
usage, reducing or eliminating the CpG motifs and avoiding secondary
DNA structures without changing the amino acid sequence of the wild
type proteins.

ELECT-zeo plasmids m:
To subclone the synthetic gene into another vector. To facilitate
subcloning, the murine SEAP gene is flanked by unique restriction sites:
Age I and Nco I at the 5’ end, and Nhe I at the 3’end.
Note: Nco I encompasses the Start codon.
As a gene reporter plasmid. pSELECT-zeo is a mammalian expression
plasmid selectable in E. coli and mammalian cells with Zeocin™, as the
Sh ble gene in the second expression casssette is driven by the eukaryote
CMV enhancer/promoter in tandem with the bacterial EM7 promoter.

PLASMID FEATURES

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

First expression cassette

* hEF1-HTLV prom is a composite promoter comprising the Elongation
Factor-lalpha (EF-10) 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-US5’ has been coupled to the EF-1a core promoter to enhance stability
of RNA.

* hSEAP CpG-free: Synthetic human secreted alkaline phosphatase gene.
InvivoGen has synthesized a CpG-free human SEAP gene. The native
hSEAP gene contains 109 CpG-motifs.

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

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.

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

* 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.

* BGlo pAn: The human beta-globin 3’UTR and polyadenylation
sequence allows efficient arrest of the transgene transcription®.
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polyadenylation site: effects of upstream sequences. Mol. Cell Biol. 9(10):4248-58.
4. Yu J. & Russell J. 2001. Structural and functional analysis of an mRNP complex
that mediates the high stability of human beta-globin mRNA. Mol Cell Biol.
21(17):5879-88.

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.

TECHNICAL SUPPORT

InvivoGen USA (Toll-Free): 888-457-5873
InvivoGen USA (International): +1 (858) 457-5873
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Pvul (11)
Sgfl (11)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

Pspl14061 (205) HindIII (246) Bsu36l (293)
201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

301
401
Ncol (561)
BStEII (556)
Kasl (536) Agel (553) Bspl201 (571)
501 CTGAGATCACCGGTCACCATGGTATTGGGCCCCTGTATGCTACTGTTACTTTTATT
»- 1*M VL G P CM L L L L L L

Bsu361 (608)
601 ACTGGGCCTGAGGTTACAGCTGAGCCTTGGGATAATACCTGTTGAAGAGGAGAACCCTGACTTCTGGAATAGAGAAGCAGCTGAAGCTCTGGGAGCAGCA
13 L G L RL QL SLG1 I PV EETENPIDTFWNR REAAEALGAA
701 AAGAAACTACAACCTGCCCAGACAGCAGCCAAGAACCTGATAATCTTCCTTGGAGATGGGATGGGGGTCAGCACTGTCACTGCTGCCAGAATCCTGAAAG
47 K K L Q P AQTAAKNUL I I FL G6GDGMGV STVTAARII L K
801 GCCAGAAGAAGGACAAGTTAGGACCAGAGATACCCCTAGCAATGGACAGATTCCCATATGTAGCCCTTTCCAAGACCTACAATGTAGACAAGCATGTGCC
80FG Q K K D K L GP E I PLAMUDU RTEFEFZPY VAL S KTYNVDIKHWVTE
901 TGACTCAGGGGCCACTGCCACAGCTTACCTGTGTGGAGTCAAGGGGAACTTCCAAACAATTGGTCTGAGTGCTGCTGCAAGGTTCAACCAGTGCAACACA
113 D S G A T A T A Y LCGVI K GNTFQTI GLSAAARTEFNA QT CNT
SphI (1091)
1001 ACCAGAGGGAATGAGGTGATTTCTGTGATGAACAGAGCTAAGAAAGCTGGGAAGTCAGTAGGGGTAGTGACCACCACAAGGGTCCAGCATGCAAGCCCTG
147 T R G N E VI S VM NI RAIKIKAGI K SV GV V TTTI RV QHAS@®P
1101 CTGGGACATATGCTCACACTGTAAACAGGAACTGGTATTCTGATGCTGATGTGCCAGCCTCAGCAAGACAGGAGGGGTGCCAAGATATAGCCACCCAGCT
180kA G T Y A H T V NR NWY SDADVZPASARI QETGT CQDI A TQL
1201 GATTTCCAACATGGACATAGATGTGATATTGGGAGGGGGCAGGAAGTATATGTTCAGAATGGGGACTCCTGACCCTGAGTACCCTGATGATTACTCTCAA
213 I S NM D I DV I L GGG RIKYMTFARMGTU®PDZPTEYPDUDY S AQ
BsrGI (1330) Stul (1397)
1301 GGTGGCACAAGGTTAGATGGAAAGAATCTTGTACAGGAGTGGCTTGCAAAGAGGCAGGGGGCTAGGTATGTTTGGAACAGGACTGAGCTGATGCAGGCCT
247" G G T R L D G K NL V QE WULAIKU RI QGARY VWNRTETLMAOQA
PshAI (1483)
1401 CTCTGGACCCATCTGTCACCCATTTGATGGGCCTCTTTGAGCCTGGTGACATGAAGTATGAGATACACAGGGACTCAACATTGGACCCCAGTCTAATGGA
280*sS L D P S VT HULMGLFE®PGDMMIKYE 1l HRDSTLIDU®PSLME
1501 AATGACTGAGGCTGCTCTGAGACTCCTTTCAAGGAACCCAAGGGGTTTCTTCTTATTTGTGGAGGGTGGCAGAATTGATCATGGGCACCATGAGAGCAGA
313 M T E A AL R L L SRNWPI RS GTFTFULTFVESG GG GR RI DHGHHTESTR
Hpal (1662)
1601 GCCTACAGAGCACTCACTGAAACAATAATGTTTGATGATGCAATTGAGAGGGCAGGTCAGTTAACATCTGAGGAGGACACCCTATCCCTAGTCACAGCAG

347m A Y R AL T ETI1 M F DD AIERAG QLTS SETETDTTULSLVTA
1701 ACCACTCTCATGTATTCTCTTTTGGGGGGTATCCCTTGAGGGGCTCCTCAATCTTTGGACTGGCTCCTGGCAAAGCAAGAGACAGAAAGGCTTACACTGT
380D H S H V F S F 6 G Y P LRGSS I F GLAPGI KA ARDTR RIKAYTV

Stul (1849)
1801 TCTGTTGTATGGCAATGGCCCAGGCTATGTGCTGAAGGATGGTGCAAGGCCTGATGTAACTGAGTCTGAAAGTGGCAGCCCTGAATACAGGCAGCAGTCA
413* L L Y G NGP GY VL KDGARU®PUDVTTESTESGSUPEYRQAQS
Bspl201 (1957)
1901 GCAGTGCCCTTGGATGAGGAGACTCATGCAGGGGAGGATGTGGCAGTGTTTGCAAGGGGCCCTCAAGCTCACTTAGTTCATGGAGTGCAGGAGCAAACCT
447 AV P L D E E T HA GEDVAVFARGTPI QAU HTLVHGVA QE- QT
2001 TTATTGCCCATGTGATGGCCTTTGCAGCTTGTCTGGAACCCTACACAGCCTGTGACCTTGCTCCCCCAGCAGGGACCACAGATGCTGCTCACCCAGGAAG
480F | A H V M A F A A CL EP Y TACODTLAZPZPAGTTUDAAUHTPSGHR
Mscl (2135)
Nhel (2127)
2101 GAGCAGGTCCAAGAGGCTTGATTAAAGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATG
513 S R S K R L D e

Hpal (2267)
2201 CTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAG

EcoRI (2361)
2301 GTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTCTAAAATACAGCATAGCAAAACTTTAACCTCCAAA
-

2401 TCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTTC

SspI (2602)
2501 ATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAAA

Swal (2617)
2601 ATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCCCCAGTTT




ApaLl (2799)
Dralll (2798)
2701 AGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTATCCTCAGTCCTGCTCCTCTGCCACAAAGT
1254 ¢« D Q E E A V F H

Eagl (2813)
2801 GCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCCCGCCCCCACGGCTGCTCGCCGATCTCGGTCATGGCCGGCCCGGAGGCGTCCCGGAAGTTCGT
11764 V C N G A P DR LA TF ERGWPOQETGI ETMAZPGSADTU RTFNT
2901 GGACACGACCTCCGACCACTCGGCGTACAGCTCGTCCAGGCCGCGCACCCACACCCAGGCCAGGGTGTTGTCCGGCACCACCTGGTCCTGGACCGCGCTG
83 S VvV VE S WE A Y L E DL GRVWVWATLTNUDTPVV QDG QVA S
SgrAl (3030) Xmal (3056) BsrBI (3097)
3001 ATGAACAGGGTCACGTCGTCCCGGACCACACCGGCGAAGTCGTCCTCCACGAAGTCCCGGGAGAACCCGAGCCGGTCGGTCCAGAACTCGACCGCTCCGG
494 F L T VDDURV VGATFUDDTEVTFUDR RS STFGLTZ RTUDTMWTFTEVAGA
Sfil  (3143)
BssHII (3108) Msel (3145)
3101 CGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTGGCCATGATGGCCCTCCTATAGTGAGTCGTATTATACTATGCCGATATACTATGCCG
1764 V D R A T L VP VA S T L KAM=-
Asel  (3205) Sacl (3265)
3201 ATGATTAATTGTCAAAACAGCGTGGATGGCGTCTCCAGCTTATCTGACGGTTCACTAAACGAGCTCTGCTTATATAGACCTCCCACCGTACACGCCTACC
-

Spel (3359)
3301 GCCCATTTGCGTCAATGGGGCGGAGTTGTTACGACATTTTGGAAAGTCCCGTTGATTTACTAGTCAAAACAAACTCCCATTGACGTCAATGGGGTGGAGA
-

SnaBI (3489)
3401 CTTGGAAATCCCCGTGAGTCAAACCGCTATCCACGCCCATTGATGTACTGCCAAAACCGCATCAT CATGGTAATAGCGATGACTAATACGTAGATGTACT

3501 GCCAAGTAGGAAAGTCCCATAAGGTCATGTACTGGGCATAATGCCAGGCGGGCCATTTACCGTCATTGACGTCAATAGGGGGCGTACTTGGCATATGATA

3601 CACTTGATGTACTGCCAAGTGGGCAGTTTACCGTAAATACTCCACCCATTGACGTCAATGGAAAGTCCCTATTGGCGTTACTATGGGAACATACGTCATT

Pacl (3782)
Pstl  (3775)

Sdal (3775) pLU11I (3788)
3701 ATTGACGTCAATGGGCGGGGGTCGTTGGGCGGTCAGCCAGGCGGGCCATTTACCGTAAGTTATGTAACGCCTGCAGGTTAATTAAGAACATGTGAGCAAA
-

3801 AGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGT

3901 CAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGAT

4001 ACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTG

ApaLl (4102)
4101 TGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCA

4201 GCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTG

4301 GTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTG

4401 CAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGG

Eagl (4538)
Pacl (4522) Swal (4530) NotI (4538)
4501 ATTTTGGTCATGGCTAGTTAATTAACATTTAAATCAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTA

4601 ACTAACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGA
4701 A
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