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PRODUCT INFORMATION

Contents

» 20 pg of PMONO-hygro-mcs plasmid provided as lyophilized DNA
e 1 ml Hygromycin B Gold at 100 mg/ml|

Storage and stability

o Product is shipped at room temperature.

e Upon receipt, store lyophilized DNA at -20°C.

o Resuspended DNA should be stored at -20°C.

e Store Hygromycin B Gold at 4°C or -20°C. The expiry date is
specified on the product label.

Quality control

e Plasmid construct has been confirmed by restriction analysis and
sequencing.

e Plasmid DNA was purified by ion exchange chromatography and
lyophilized.

GENERAL PRODUCT USE

pMONO 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 choice of
selectable markers. pMONO plasmids contain a unique transcription
unit that drives the expression of the gene of interest and the
selectable marker through an internal ribosome entry site (IRES). This
dual gene expression system ensures that stable clones express the
gene of interest. Transcription of the expression cassette is efficiently
terminated by the late SV40 polyadenylation signal (polyA).

Note: The use of the late SV40 polyA allows you to silence your gene of
interest by using the ready-made psiRNA-SV40pA (#psirna39z2 1-sv40pa),
a plasmid expressing a short hairpin siRNA targeting the late SV40 polyA.

PLASMID FEATURES

* SV40/FerH/mEF1a: pMONO plasmids feature a composite
ferritin promoter that confers strong and constitutive expression
in a wide range of mammalian cells. The promoter is composed of
the ferritin heavy chain (FerH) core promoter! fused at its 5" end
to the SV40 enhancer, and at its 3" end to the intron-containing 5’'UTR
of the mouse elongation factor 1 alpha gene. This composite promoter
yields similar levels of expression as the CMV promoter in all cell lines
tested.

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

5 -Agel,EcoRV,BamH |, Mlu I, Clal, Sal I, Avr Il - 3’

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

¢ FMDV IRES: The internal ribosome entry site of the Foot and Mouth
Disease Virus enables the translation of two open reading frames from
one mMRNA with high levels of expression?.

» Hygro: Resistance to Hygromycin B is conferred by the hph gene
from E. coli which encodes a phosphotransferase. In mammalian cells,
the hph gene is transcribed from the composite ferritin promoter as a
polycistronic mRNA and translated through the FMDV IRES. In E. coli,
hph is transcribed from the bacterial EM7 promoter.

e EM7isabacterial promoter that enables the constitutive expression
of the antibiotic resistance gene in E. coli.

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

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 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.

Hygromycin B usage:

This antibiotic can be used for E. coli at 50-100 pg/ml in liquid or
solid media and at 50-500 pg/ml to select Hygromycin-resistant
mammalian cells.
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Sdal (6) Pvull (69)
1 CCTGCAGGGCCTGAAATAACCTCTGAAAGAGGAACTTGGTTAGGTACCTTCTGAGGCTGAAAGAACCAGCTGTGGAATGTGTGTCAGTTAGGGTGTGGAA

101 AGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCAGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAG

Spel (243) NotI (276)
201 TATGCAAAGCATGCATCTCAATTAGTCAGCAACCATAGTCCCACTAGTTCCGCCAGAGCGCGCGAGGGCCTCCAGCGGCCGCCCCTCCCCCACAGCAGGG
| .

301 GCGGGGTCCCGCGCCCACCGGAAGGAGCGGGCTCGGGGCGGGCGGCGCTGATTGGCCGGGGCGGGCCTGACGCCGACGCGGCTATAAGAGACCACAAGCG

HindIII (428) Sacll (472)
401 ACCCGCAGGGCCAGACGTTCTTCGCCGAAGCTTGCCGTCAGAACGCAGGTGAGGGGCGGGTGTGGCTTCCGCGGGCCGCCGAGCTGGAGGTCCTGCTCCG

-

501 AGCGGGCCGGGCCCCGCTGTCGTCGGCGGGGATTAGCTGCGAGCATTCCCGCTTCGAGTTGCGGGCGGCGCGGGAGGCAGAGTGCGAGGCCTAGCGGCAA

601 CCCCGTAGCCTCGCCTCGTGTCCGGCTTGAGGCCTAGCGTGGTGTCCGCGCCGCCGCCGCGTGCTACTCCGGCCGCACTCTGGTCTTTTTTTTTTTTGTT

701 GTTGTTGCCCTGCTGCCTTCGATTGCCGTTCAGCAATAGGGGCTAACAAAGGGAGGGTGCGGGGCTTGCTCGCCCGGAGCCCGGAGAGGTCATGGTTGGG

801 GAGGAATGGAGGGACAGGAGTGGCGGCTGGGGCCCGCCCGCCTTCGGAGCACATGTCCGACGCCACCTGGATGGGGCGAGGCCTGGGGTTTTTCCCGAAG

901 CAACCAGGCTGGGGTTAGCGTGCCGAGGCCATGTGGCCCCAGCACCCGGCACGATCTGGCTTGGCGGCGCCGCGTTGCCCTGCCTCCCTAACTAGGGTGA

Smal (1049)
1001 GGCCATCCCGTCCGGCACCAGTTGCGTGCGTGGAAAGATGGCCGCTCCCGGGCCCTGTTGCAAGGAGCTCAAAATGGAGGACGCGGCAGCCCGGTGGAGC

1101 GGGCGGGTGAGTCACCCACACAAAGGAAGAGGGCCTGGTCCCTCACCGGCTGCTGCTTCCTGTGACCCCGTGGTCCTATCGGCCGCAATAGTCACCTCGG

Spel (1278)
1201 GCTTTTGAGCACGGCTAGTCGCGGCGGGGGGAGGGGATGTAATGGCGTTGGAGTTTGTTCACATTTGGTGGGTGGAGACTAGTCAGGCCAGCCTGGCGCT

EcoNI (1391)
1301 GGAAGTCATTTTTGGAATTTGTCCCCTTGAGTTTTGAGCGGAGCTAATTCTCGGGCTTCTTAGCGGTTCAAAGGTATCTTTTAAACCCTTTTTTAGGTGT

EcoRV (1436) Mlul (1446)  Sall (1459)
Agel (1428) BamHI (1440) Clal (1453) AvrIl (1465)
1401 TGTGAAAACCACCGCTAATTCAAAGCAACCGGTGATATCGGATCCACGCGTATCGATTGTCGACCCTAGGAGCAGGTTTCCCCAATGACACAAAACGTGC

Xbal (1530)
1501 AACTTGAAACTCCGCCTGGTCTTTCCAGGTCTAGAGGGGTAACACTTTGTACTGCGTTTGGCTCCACGCTCGATCCACTGGCGAGTGTTAGTAACAGCAC

1601 TGTTGCTTCGTAGCGGAGCATGACGGCCGTGGGAACTCCTCCTTGGTAACAAGGACCCACGGGGCCAAAAGCCACGCCCACACGGGCCCGTCATGTGTGC

1701 AACCCCAGCACGGCGACTTTACTGCGAAACCCACTTTAAAGTGACATTGAAACTGGTACCCACACACTGGTGACAGGCTAAGGATGCCCTTCAGGTACCC

Eco47II1 (1856) HindIll (1869)
1801 CGAGGTAACACGCGACACTCGGGATCTGAGAAGGGGACTGGGGCTTCTATAAAAGCGCTCGGTTTAAAAAGCTTCTATGCCTGAATAGGTGACCGGAGGT

Asel (1956)
1901 CGGCACCTTTCCTTTGCAATTACTGACCCTATGAATACAACTGACTGTTTGACAATTAATCATCGGCATAGTATATCGGCATAGTATAATACGACTCACT
| -
2001 ATAGGAGGGCCACCATGAAGAAACCTGAACTGACAGCAACTTCTGTTGAGAAGTTTCTCATTGAAAAATTTGATTCTGTTTCTGATCTCATGCAGCTGTC
———— ™ MetlLysLysProGluLeuThrAlaThr Ser Val Gl uLysPheLeul | eGl uLysPheAspSer Val SerAspLeuMe tGl nLeuSe
2101 TGAAGGTGAAGAAAGCAGAGCCTTTTCTTTTGATGTTGGAGGAAGAGGTTATGTTCTGAGGGTCAATTCTTGTGCTGATGGTTTTTACAAAGACAGATAT
29k r Gl uGl yGl uGl uSer ArgAl aPheSer PheAspVal Gl yGl yArgGlyTyrVal LeuArgValAsnSer CysAl aAspGl yPheTyrLysAspArgTyr
2201 GTTTACAGACACTTTGCCTCTGCTGCTCTGCCAATTCCAGAAGTTCTGGACATTGGAGAATTTTCTGAATCTCTCACCTACTGCATCAGCAGAAGAGCAC
63FVal TyrArgHi sPheAl aSer Al aAl aLeuProl I eProGluVal LeuAspl | eGlyGl uPheSer Gl uSer LeuThr TyrCys| | eSerArgArgAl aG
2301 AAGGAGTCACTCTCCAGGATCTCCCTGAAACTGAGCTGCCAGCTGTTCTGCAACCTGTTGCTGAAGCAATGGATGCCATTGCAGCAGCTGATCTGAGCCA
96F InGlyVal Thr LeuGl nAspLeuP roGl uThr Gl uLeuP roAl aVal LeuGl nProValAl aGl uAl aMe tAspAl al | eAl aAl aAl aAspLeuSer Gl
2401 AACCTCTGGATTTGGTCCTTTTGGTCCCCAAGGCATTGGTCAGTACACCACTTGGAGGGATTTCATTTGTGCCATTGCTGATCCTCATGTCTATCACTGG
129k nThr Ser Gl yPheGl yProPheGl yProGInGlyl | eGlyGlI nTyrThr Thr TrpArgAspPhel | eCysAl al | eAl aAspProHisVal TyrHisTrp
2501 CAGACTGTGATGGATGACACAGTTTCTGCTTCTGTTGCTCAGGCACTGGATGAACTCATGCTGTGGGCAGAAGATTGTCCTGAAGTCAGACACCTGGTCC
163FGInThr ValMetAspAspThr Val Ser Al aSer ValAl aGl nAl aLeuAspGluLeuMetLeuTrpAl aGl uAspCysProGluValArgHisLeuValH
2601 ATGCTGATTTTGGAAGCAACAATGTTCTGACAGACAATGGCAGAATCACTGCAGTCATTGACTGGTCTGAAGCCATGTTTGGAGATTCTCAATATGAGGT
196F i sAl aAspPheGlySerAsnAsnVal LeuThrAspAsnGlyArgl leThrAlaVal | | eAspTrpSer Gl uAl aMe tPheGl yAspSer GInTyrGl uVa
BbsI (2765)
2701 TGCCAACATTTTTTTTTGGAGACCTTGGCTGGCTTGCATGGAACAACAAACAAGATATTTTGAAAGAAGACACCCAGAACTGGCTGGTTCCCCCAGACTG
229k |Al aAsnl | ePhePheTrpArgProTrpLeuAl aCysMetGluGl nGInThrArgTyrPheGl uArgArgHisProGlulLeuAl aGlySerProArgLeu
2801 AGAGCCTACATGCTCAGAATTGGCCTGGACCAACTGTATCAATCTCTGGTTGATGGAAACTTTGATGATGCTGCTTGGGCACAAGGAAGATGTGATGCCA
263FArgAlaTyrMetLeuArgl | eGlyLeuAspGlnLeuTyrGlnSerLeuVal AspGl yAsnPheAspAspAl aAl aTrpAl aGl nGl yArgCysAspAl al
2901 TTGTGAGGTCTGGTGCTGGAACTGTTGGAAGAACTCAAATTGCAAGAAGGTCTGCTGCTGTTTGGACTGATGGATGTGTTGAAGTTCTGGCTGACTCTGG
296F I eValArgSer Gl yAl aGlyThrVal Gl yArgThrGlnl | eAl aArgArgSer Al aAl aVal TrpThrAspGlyCysVal Gl uVal LeuAl aAspSer Gl
Nhel (3046)
3001 AAACAGGAGACCCTCCACAAGACCCAGAGCCAAGGAATGAATCCTGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTA
329F yAsnArgArgProSer ThrArgProArgAl aLysGlueee

Hpal (3186) Mfel (3195)
3101 GAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTG
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4001

Pacl (3290)
CATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAAATGTTAATTAACTAGCCA

-

TGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAAT

CTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGA

GCGCAGATACCAAATACTGTTCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGT

TACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGE

ApaLI (3704)
TTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAG

GCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTC

GCCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTT

Pacl (4030)
TTGCTGGCCTTTTGCTCACATGTTCTTAATTAA

.
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