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PRODUCT INFORMATION
Contents

- 20 pg of lyophilized plasmid DNA

- 2x 1 mlblasticidin at 10 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 at least
for 1 year.

- Store blasticidin at 4°C or -20°C. *

“The expiry date is specified on the product label.

Quality control

- Plasmid construct has been confirmed by restriction analysis and
full-length open reading frame (ORF) sequencing.

- Plasmid DNA was purified by ion exchange chromatography.

GENERAL PRODUCT USE

pUNO1-mcs is a ready-made expression vector containing the
blasticidin resistance gene, the hybrid EF1a/HTLV promoter and a
multiple cloning site.

pUNO1-mcs may be used for:

Cloning in a gene of interest. Six unique restriction sites comprise the
MCS facilitating cloning of genes. Cloned genes will be under the control
of the EF1a/HTLV promoter.

As an “empty” control vector. pUNO1-mcs plamids were designed to
serve as experimental control vectors for the pUNO1 plasmid family that
feature a wide choice of native and fusion genes.

METHODS

Plasmid resuspension

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

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

Blasticidin usage

Blasticidin should be used at 25-100 pg/ml in bacteria and 1-30 pg/ml in
mammalian cells. For E. coli GT116 or other commonly used laboratory
E. coli strains, such as DH5a, we recommend using Blasticidin at 100 pg/ml.
Blasticidin is supplied as a 10 mg/ml colorless solution in HEPES buffer.

PLASMID FEATURES

oEF-1a/HTLV hybrid promoter is a composite promoter comprised
of the Elongation Factor-1a (EF-1a) core promoter! and the 5’
untranslated region of the Human T-Cell Leukemia Virus (HTLV).
EF-1a utilizes a type 2 promoter that encodes for a «house keeping»
gene. It is expressed at high levels in all cell cycles and lower levels
during GO phase. The promoter is also non-tissue specific; it is highly
expressed in all cell types. The R segment and part of the U5 sequence
(R-U5) of the HTLV Type 1 Long Terminal Repeat? has been coupled
to the EF-1a promoter to enhance stability of DNA and RNA. This
modification not only increases steady state transcription, but also
significantly increases translation efficiency possibly through mRNA
stabilization.

e MCS: The multiple cloning site contains the following restriction
sites:

5"-SgrAl, Sall, BamHI, Eco47111, Ncol, Nhel - 3’

Eachrestrictionsite is compatible with many other enzymes, increasing
the cloning options.

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

e pMB1 oriis a minimal E. coli origin of replication to limit vector size,
but with the same activity as the longer Ori.

e CMV promoter & enhancer drives the expression of the blasticidin
resistance in mammalian cells.

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

o Bsr (blasticidin resistance gene): The bsr gene from Bacillus
cereus encodes a deaminase that confers resistance to the antibiotic
blasticidin. The bsr gene is driven by the CMV promoter/enhancer
in tandem with the bacterial EM7 promoter. Therefore, blasticidin
can be used to select stable mammalian cells transfectants and E. coli
transformants.

e Human beta-Globin polyA is a strong polyadenylation (pAn) signal
placed downstream of bsr. The use of beta-globin pAn minimizes
interference* and possible recombination events with the SV40
polyadenylation signal.
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NotI (2)

GCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACA
Sgfl (176)

AAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAAGGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCA

Mfel (248)
GAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATG

TCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAG

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

NgoMI (607)

Sall (726) Eco47II1 (740) Nhel (756)
SgrAl (718) BamHI (732) Ncol (750)
CTGAGATCAccggcgtgtcgacggatccagcgctctgcagCCATGGGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAA

-

Hpal (896)
ACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACA

Mfel (905) EcoRI (990)
ACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTCTAAAA
- -

TACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGC

ATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCA

Sspl (1231) Swal (1246)
CTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGC

TCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTT

414 00

AGTTCCTGGTGTACTTGAGGGGGATGAGTTCCTCAATGGTGGTTTTGACCAGCTTGCCATTCATCTCAATGAGCACAAAGCAGTCAGGAGCATAGTCAGA

1404 eAsnArgThr TyrLysLeuProl | eLeuGl uGlul | eThr ThrLysVal LeuLysGl yAsnMetGlul | eLeuVal PheCysAspProAl aTyrAspSer

1501

Sacl (1508) BstXI (1540)
GATGAGCTCTCTGCACATGCCACAGGGGCTGACCACCCTGATGGATCTGTCCACCTCATCAGAGTAGGGGTGCCTGACAGCCACAATGGTGTCAAAGTCC

10741 1eLeuGluArgCysMetGlyCysProSerValValArgl|leSerArgAspVal Gl uAspSer TyrProHisArgValAlaVal | | eThrAspPheAspL

1601

Stul (1670)
TTCTGCCCGTTGCTCACAGCAGACCCAATGGCAATGGCTTCAGCACAGACAGTGACCCTGCCAATGTAGGCCTCAATGTGGACAGCAGAGATGATCTCCC

734ysGInGlyAsnSerValAlaSerGlylleAlalleAlaGluAlaCysVal ThrValArgGlylleTyrAlaGlulleHisValAlaSer|lelleGluGl

1701

CAGTCTTGGTCCTGATGGCCGCCCCGACATGGTGCTTGTTGTCCTCATAGAGCATGGTGATCTTCTCAGTGGCGACCTCCACCAGCTCCAGATCCTGCTG

4@4yThrLysThrArglleAlaAlaGlyValHisHisLysAsnAspGluTyrLeuMetThr | leLysGluThrAlaValGluValLeuGluLeuAspGInGln

1801

BspHI (1818)
Bbsl (1819)
Xmnl (1809) Asel (1877)
AGAGATGTTGAAGGTCTTCATGATGGCCCTCCTATAGTGAGTCGTATTATACTATGCCGATATACTATGCCGATGATTAATTGTCAA

74 Ser | | eAsnPheThr LysMe t-= -
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Sacl (1937)

Spel (2031)

SnaBI (2161)

Ndel (2265)

Pacl (2454)
Sdal (2447) BspLUL1I (2460)
AAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAA

-t

AAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTAT

AAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAG

CGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGAC

CGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGA

GGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTAC

CTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAA

Pacl (3194) Swal (3202)
GGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACAT

TTAAATCA
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