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A GFP-expression plasmid selectable with Kanamycin/G418
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PRODUCT INFORMATION

Contents
e 20 pg of p MONO-neo-gfp plasmid provided as lyophilized DNA

Storage and stability

e Product is shipped at room temperature.

¢ Lyophilized DNA should be stored at -20°C.

e Resuspended DNA should be stored at -20°C and is stable for at
least 1 year at-20°C.

Quality control

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

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.

pMONO-GFP plasmids feature a new allele of the GFP gene called
LGFP. They can be used as control vectors or for cloning of an open
reading frame, as the LGFP gene is flanked by two unique restriction
sites: Bsp HI at the 5" end that encompasses the start codon, and Avr
II'at the 3" end.

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 LGFP: This red-shifted variant of the jellyfish GFP gene encodes
a green fluorescent protein that absorbs blue light (major peak
at 480 nm) and emits green light (major peak at 505 nm).

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

* Neo: The neo gene from Tn5 confers resistance to Kanamycin in
E. coli and G418 in mammalian cells. In mammalian cells, the neo gene
is transcribed from the composite ferritin promoter as a polycistronic
mRNA and translated through the FMDV IRES. In E. coli, neo 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: a minimal E. coli origin of replication to limit vector size, but with
the same activity as the longer Ori.
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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 H5O. 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.

Bacterial antibiotic selection
Kanamycin (not provided) is normally used for E. coli at a final
concentration of 50 pg/mlin liquid or solid media.

Mammalian antibiotic selection

G418 is normally used at a concentration of 400 pg/ml. However, the
optimal concentration needs to be determined for your cells.

RELATED PRODUCTS

Product Description Cat. Code
ChemiComp GT116 cells Competent E. coli cells gt116-11
G418 Selection antibiotic ant-gn-1

TECHNICAL SUPPORT

InvivoGen USA (Toll-Free): 888-457-5873
InvivoGen USA (International): +1 (858) 457-5873
InvivoGen Europe: +33 (0) 5-62-71-69-39
InvivoGen Hong Kong: +852 3622-3480
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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 CCCCGTAGCCTCGCCTCGTGTCCGGCTTGAGGCCTAGCGTGGTGTCCGCGCCGCCGCCGCGTGCTACTCCGGCCGCACTCTGGTCTTTTTTTTITTTTGTT

701 GTTGTTGCCCTGCTGCCTTCGATTGCCGTTCAGCAATAGGGGCTAACAAAGGGAGGGTGCGGGGCTTGCTCGCCCGGAGCCCGGAGAGGTCATGGTTGGG

801 GAGGAATGGAGGGACAGGAGTGGCGGCTGGGGCCCGCCCGCCTTCGGAGCACATGTCCGACGCCACCTGGATGGGGCGAGGCCTGGGGTTTTTCCCGAAG

901 CAACCAGGCTGGGGTTAGCGTGCCGAGGCCATGTGGCCCCAGCACCCGGCACGATCTGGCTTGGCGGCGCCGCGTTGCCCTGCCTCCCTAACTAGGGTGA

Smal (1049)
1001 GGCCATCCCGTCCGGCACCAGTTGCGTGCGTGGAAAGATGGCCGCTCCCGGGCCCTGTTGCAAGGAGCTCAAAATGGAGGACGCGGCAGCCCGGTGGAGC

1101 GGGCGGGTGAGTCACCCACACAAAGGAAGAGGGCCTGGTCCCTCACCGGCTGCTGCTTCCTGTGACCCCGTGGTCCTATCGGCCGCAATAGTCACCTCGG

Spel (1278)
1201 GCTTTTGAGCACGGCTAGTCGCGGCGGGGGGAGGGGATGTAATGGCGTTGGAGTTTGTTCACATTTGGTGGGTGGAGACTAGTCAGGCCAGCCTGGCGCT

EcoNI (1391)
1301 GGAAGTCATTTTTGGAATTTGTCCCCTTGAGTTTTGAGCGGAGCTAATTCTCGGGCTTCTTAGCGGTTCAAAGGTATCTTTTAAACCCTTTTTTAGGTGT

Agel (1428) BspHI (1440)
1401 TGTGAAAACCACCGCTAATTCAAAGCAACCGGTCGCACGTCATGAGCAAGGGAGAAGAACTCTTTACTGGTGTTGTCCCAATTCTGGTTGAGCTGGATGG
1¥MetSerLysGlyGluGluLeuPheThrGlyValValProllelLeuValGluLeuAspGl
1501 TGATGTGAATGGCCACAAATTCTCTGTGTCTGGTGAAGGTGAAGGAGATGCAACTTATGGAAAGCTGACTCTGAAGTTCATTTGTACAACAGGAAAGCTG
20k yAspValAsnGl yHisLysPheSer Val Ser Gl yGl uGl yGl uGl yAspAl aThr TyrGl yLysLeuThr LeuLysPhel | eCysThr Thr Gl yLysLeu
1601 CCAGTGCCTTGGCCAACTCTGGTGACCACCCTGACTTATGGTGTTCAATGTTTCAGCAGGTACCCTGACCACATGAAGCAGCATGACTTCTTTAAATCTG
54k ProValProTrpProThrLeuVal Thr Thr LeuThr TyrGl yVal Gl nCysPheSer ArgTyrProAspHi sMe tLysGl nHi sAspPhePhelLysSer A
Hpal (1801)
1701 CAATGCCAGAAGGTTATGTTCAGGAGAGGACAATCTTCTTTAAGGATGATGGAAATTATAAGACAAGGGCAGAAGTGAAGTTTGAAGGTGATACACTGG$
87F laMetProGl uGlyTyrVal GInGluArgThr | | ePhePheLysAspAspGl yAsnTyrLysThrArgAl aGluVal LysPheGl uGl yAspThr LeuVa
1801 TAACAGAATTGAGCTGAAAGGCATTGATTTTAAGGAAGATGGAAACATTCTGGGTCACAAGCTGGAGTACAACTATAATTCTCACAATGTTTACATTATG
120k |AsnArgl | eGluLeuLysGlyl | eAspPhelLysGl uAspGlyAsnl | eLeuGl yHisLysLeuGluTyrAsnTyrAsnSer Hi sAsnVal TyrlleMet
1901 GCAGATAAGCAGAAGAATGGAATTAAGGTTAATTTCAAGATTAGACACAACATTGAGGATGGATCTGTCCAACTGGCAGACCATTACCAGCAGAACACCC
154k Al aAspLysGlnLysAsnGlyl leLysValAsnPheLys| | eArgHisAsnl | eGluAspGlySer Val Gl nLeuAl aAspHisTyrGInGl nAsnThr P
2001 CTATTGGTGATGGCCCAGTTCTCCTCCCAGATAATCACTATCTCCGCACTCAATCTGCTCTGTCCAAAGACCCTAATGAGAAAAGAGACCACATGGTCCT
187k rol | eGl yAspGlyProVal LeuLeuP roAspAsnHisTyrLeuArgThr Gl nSer Al aLeuSer LysAspP roAsnGl uLysArgAspHisMetVal Le
AvrIl (2160)
2101 CCTGGAGTTTGTGACAGCAGCAGGAATTACTCTGGGAATGGATGAGCTGTACAAGTAAACCTAGGAGCAGGTTTCCCCAATGACACAAAACGTGCAACTT
220k uLeuGluPheVal ThrAl aAl aGlyl | eThr LeuGl yMe tAspGluLeuTyrLyseeoe
Xbal (2225)
2201 GAAACTCCGCCTGGTCTTTCCAGGTCTAGAGGGGTAACACTTTGTACTGCGTTTGGCTCCACGCTCGATCCACTGGCGAGTGTTAGTAACAGCACTGTTG

2301 CTTCGTAGCGGAGCATGACGGCCGTGGGAACTCCTCCTTGGTAACAAGGACCCACGGGGCCAAAAGCCACGCCCACACGGGCCCGTCATGTGTGCAACCC

2401 CAGCACGGCGACTTTACTGCGAAACCCACTTTAAAGTGACATTGAAACTGGTACCCACACACTGGTGACAGGCTAAGGATGCCCTTCAGGTACCCCGAGG

Eco47III (2551) Hindlll (2564)
2501 TAACACGCGACACTCGGGATCTGAGAAGGGGACTGGGGCTTCTATAAAAGCGCTCGGTTTAAAAAGCTTCTATGCCTGAATAGGTGACCGGAGGTCGGCA

Asel (2651)
2601 CCTTTCCTTTGCAATTACTGACCCTATGAATACAACTGACTGTTTGACAATTAATCATCGGCATAGTATATCGGCATAGTATAATACGACTCACTATAGG
| -

2701 AGGGCCACCATGATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCT
——Metl | eGl uGl nAspGl yLeuHi sAl aGl ySer ProAl aAl aTrpVal Gl uArgLeuPheGl yTyrAspTrpAl aGInGlnThr | 1eGlyC

2801 GCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGC
31k ysSerAspAl aAl aVal PheArgLeuSer Al aGl nGlyArgProVal LeuPheValLysThrAspLeuSer Gl yAl aLeuAsnGluLeuGl nAspGl uAl

Pvull (2944)

2901 AGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTG
64F aAl aArgLeuSer TrpLeuAl aThr Thr Gl yVal ProCysAl aAl aVal LeuAspVal Val Thr Gl uAl aGl yArgAspTrpLeuLeulLeuGl yGluVal
3001 CCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCT
98F ProGl yGl nAspLeuLeuSer Ser Hi sLeuAl aProAl aGluLysVal Ser | | eMe tAl aAspAl aMe tArgArgLeuHi sThr LeuAspProAlaThr C
3101 GCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGG
131k ysProPheAspHisGlnAlaLysHisArglleGluArgAl aArgThrArgMetGl uAl aGlyLeuValAspGl nAspAspLeuAspGl uGl uHi sGI nGl




3201 GCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGAGCATGCCCGACGGCGAGGATCTCGTCGTGACACATGGCGATGCCTGCTTGCCGAATATCATG
164k yLeuAl aProAl aGluLeuPheAl aArgleulLysAl aSer MetProAspGl yGl uAspLeuVal Val Thr Hi sGl yAspAl aCysLeuProAsnl | eMet
3301 GTGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAG
198k Val Gl uAsnGl yArgPheSer Gl yPhel | eAspCysGl yArgLeuGlyValAl aAspArgTyrGlnAspl | eAl aLeuAl aThrArgAspl | eAl aGluG
3401 AGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTT
231k luLeuGlyGlyGluTrpAl aAspArgPhelLeuValLeuTyrGlyl | eAl aAl aProAspSer Gl nArgl | eAl aPheTyrArgLeuLeuAspGl uPhePh
Nhel (3545)
EcoRI (3539)
3501 CTGAGCGGGACTCTGGGGTTCGAAATGACCGACCAAGCGAATTCGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAG
264k coee

Hpal 3685)  Mfel (3694)
3601 AATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGC

Pacl (3789)
3701 ATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAAATGTTAATTAACTAGCCAT

[

3801 GACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATC

3901 TGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAG

4001 CGCAGATACCAAATACTGTTCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTT

4101 ACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGT

ApaLlI (4203)
4201 TCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGG

4301 CGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCG

4401 CCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTT

Pacl (4529)
4501 TGCTGGCCTTTTGCTCACATGTTCTTAATTAA
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