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LifeActisa17aminoacidslongfragmentofaproteinoriginatingfromSaccharomycescerevisiae,

whichcomprisesanactin–bindingdomain.   Thismarkercanbeusedinvariouseukaryoticcells

tostainﬁlamentousactin(F–actin).Usedinlivingcellsitisperfectlylabelingthehighlydynamic

F–actinandmoreover,doesnotinterferewithcellularprocesses.

Vectordescription

permit its excision and further insertion into expression

vectorofchoice(XhoI,NotI).

pCAGLifeAct–TagGFP2isamammalianexpressionvector

encodingLifeAct–TagGFP2fusionprotein.Thevectorcan

beusedforﬂuorescentlabelingoftheactincytoskeletonin

variouslivingcells.TagGFP2codonusageisoptimizedfor

highexpressioninmammaliancells,i.e.humanized[Haas

et al., 1996]. Actin–binding domain of the yeast protein

Abp140isfusedtotheTagGFP2N-terminus[Riedletal.,

The vector backbone also contains the cytomegalovirus

immediateearlyenhancercoupledtochickenβ–actinpro-

moter(CAG)[Niwaetal.1991]forproteinexpressionand

SV40 polyadenylation signals (SV40 poly A) for proper

processing of the 3’ end of the reporter mRNA. SV40

earlypromoter(P

)providesneomycinresistancegene

SV40

2008]. For more information on the reporter please visit

pCAGLifeAct–TagGFP2vectorcanbe

(NeoR) expression to select stably transfected eukaryotic

cells using G418. NeoR gene is linked with herpes sim-

used as a source of LifeAct–TagGFP2 hybrid sequence.

Thevectorbackbonecontainsuniquerestrictionsitesthat

plexvirus(HSV)thymidinekinase(TK)polyadenylation

signals.

Speciﬁcations

Locationoffeatures

PCAG :365-1704

CMVIEEnhancer:1-364

TATAbox:616-621

LifeAct:1717-1767

TagGFP2

Startcodon(ATG):1789-1791

Stopcodon:2503-2505

SV40earlymRNApolyadenylationsignal

Polyadenylationsignals:2658-2663&2687-2692

mRNA3’ends:2696&2708

Packagingandstorage

Amount

20µgdissolvedin40µlTE

500ng/µl

SV40earlypromoter

Concentration

Enhancer(72-bptandemrepeats):3384-3455&3456-3527

21-bprepeats:3531-3551,3552-3572&3574-3594

Earlypromoterelement:3606-3612

Shippingconditions  +2-8°C

Storageconditions

Shelflife

-20°C*

Underproperstorageconditions

asindicatedonvial.

Neomycinresistancegene(NeoR)

Neomycinphosphotransferasecodingsequences:

Startcodon(ATG):3735-3737

TagGFP2ﬂuorescence

Stopcodon:4527-4529

Ex.max

Em.max

Findmoreinformationonwww.evrogen.com.

483nm

506nm

Herpes simplex virus  (HSV) thymidine kinase (TK)

polyadenylationsignal

Polyadenylationsignals:4765-4770&4778-4783

*Avoidrepeatedfreezeandthawcycles.
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Expressioninmammaliancells

Haas et al., Codon usage limitation in the expression of

HIV–1envelopeglycoprotein.  CurrBiol,1996,6(3):  315–

324

pCAGLifeAct–TagGFP2canbetransfectedintomammalian

cellsbyanyknowntransfectionmethod.    CAGpromoter

provides strong, constitutive expression of the LifeAct–

TagGFP2 fusion in eukaryotic cells. If required, stable

transformantscanbeselectedusingG418[Gorman,1985].

Niwa et al., Efﬁcient selection for high-expression trans-

fectantswithanoveleukaryoticvector.    Gene, 1991, 108:

193–200

Riedletal.,LifeAct:aversatilemarkertovisualizeF–actin.

NatureMethods,2008,5(7):605–607

PropagationinE.coli

Suitable host strains for propagation in E.coli  include

DH5alpha, HB101, XL1–Blue, andothergeneralpurpose

strains. Plasmid incompatibility group is pMB1/ColE1.

Thevectorconfersresistancetokanamycin(30µg/ml)to

E.colihosts.CopynumberinE.coliisabout500.

Note:

Thevectorsequencehasbeencompiledusingthein-

formation from sequence databases, and published

literature,togetherwithpartialsequencesobtainedby

ibidi.Thisvectorhasnotbeencompletelysequenced.
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LifeActfamily

Orderingnumber

60101

Labeling

Amount

20µg

Vectortype

plasmid

plasmid

plasmid

plasmid

pCMVLifeAct–TagGFP2

60102

pCMVLifeAct–TagRFP

pCAGLifeAct–TagGFP2

pCAGLifeAct–TagRFP

20µg

60106

20µg

60107

20µg

Orderingnumber

60121

Labeling

Amount

Vectortype

adenovirus

adenovirus

adenovirus

rAVCMV–LifeAct–TagGFP2  1×109IU

60122

rAVCMV–LifeAct–TagRFP

rAVCAG–LifeAct–TagRFP

1×109IU

1×109IU

60124

Forresearchuseonly!

FurthertechnicalspeciﬁcationscanbefoundatForquestionsandsuggestionspleasecontactusbye–mailinfo@ibidi.de

orbytelephone+49(0)89/52046170.AllproductsaredevelopedandproducedinGermany.

©ibidiGmbH,AmKlopferspitz19,82152Martinsried,Germany.
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NoticetoPurchaser:

EvrogenFluorescentProteinsTagGFP2andTagRFP:Thisproductisforinternalnon–commercialresearchuseonly.Norightsareconveyedtomodifyor

clonethegeneencodingﬂuorescentproteincontainedinthisproduct.     Therighttousethisproductspeciﬁcallyexcludestherighttovalidateorscreen

compounds.Forinformationoncommerciallicensing,contactEvrogenLicensingDepartment,email:license@evrogen.com.

LifeActproductanditsvariants:Useofthisproductiscoveredbythefollowingpatentapplication:WO2009068295(A1).Not–For–ProﬁtEntities:Orders

maybeplacedinthenormalmannerbycontactingyourlocalrepresentativeoribidiCustomerServiceat+49(0)89/52046170.           Atitsdiscretion,ibidi

grantsNot–For–ProﬁtEntitiesanon–exclusive,personal,limitedlicensetousethisproductfornon–commerciallifescienceresearchuseonly.Suchlicense

speciﬁcallyexcludestherighttosellorotherwisetransferthisproduct,itscomponentsorderivativesthereoftothirdparties.          Nomodiﬁcationstothe

proteincodingsequencemaybemadewithoutexpresswrittenpermissionfromibidi.      Anyotheruseofthisproductrequiresalicensefromibidi.      For–

ProﬁtEntitieswishingtousethisproductarerequiredtoobtainalicensefromibidi.Forlicenseinformation,pleasecontactalicensingrepresentativeby

e–mailatlicensing@ibidi.com.

pCAGLifeAct–TagGFP2

Page3

Version2011-08-22

[image: image33.jpg]Tbidi



[image: image34.jpg]


[image: image35.jpg]



