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LifeAct is a 17 amino acids long fragment of a protein originating from Saccharomyces cerevisiae,
which comprises an actin-binding domain. This marker can be used in various eukaryotic cells
to stain filamentous actin (F-actin). Used in living cells it is perfectly labeling the highly dynamic
F-actin and moreover, does not interfere with cellular processes.

Vector description

Using adenoviral vectors to introduce genetic material into
host cells has numerous advantages. Recombinant ade-
noviruses are especially applicable for gene transfer and
protein expression in cells that have low transfection effi-
ciency with standard transfection methods.

Various mammalian cell types (both replicative and non-
replicative) can be infected with adenoviral vectors for
high expression of a recombinant protein. After trans-
duction, the virus stays epichromosomal, meaning not in-
tegrating into the host genome [Barnett 2002, Medina-
Kauwe 2003].

rAVCAG—LifeAct—TagRFP is a E1/E3—-deleted, human Ade-
novirus (Serotyp 5) comprising LifeAct-TagRFP fusion
protein. The vector can be used for fluorescent labeling
of the actin cytoskeleton in various living cells with spe-
cial focus on primary cells. TagRFP codon usage is op-
timized for high expression in mammalian cells, i.e. hu-
manized [Haas et al., 1996]. Actin-binding domain of the
yeast protein Abp140 is fused to the TagRFP N-terminus
[Riedl et al. 2008]. For more information on the reporter
please visit www.evrogen.com. For strong expression of
the fusion protein in mammalian cells the vector contains
the cytomegalovirus immediate early enhancer coupled to
chicken B-actin promoter (CAG) [Niwa et al. 1991]. SV40
polyadenylation signals (SV40 poly A) direct proper pro-
cessing of the 3’ end of the reporter mRNA.
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Packaging and storage

Amount 100 pl (25 mM Tris, pH 7.5, 2.5
mM MgCl,, 1 M NaCl, 10%
glycerol)

Concentration 1x 1019 1U/ml

Shipping conditions  dry ice

Storage conditions -80°C *

Shelf life Under proper storage condi-
tions as indicated on vial.
TagRFP fluorescence
EX.max 555 nm
Em. 0y 584 nm

Find more information on www.evrogen.com.

*Avoid repeated freeze and thaw cycles.
If needed aliquot and store at -80°C

TR ITR: Inverted terminal repeat
Pcag: CMV IE/Chicken B-actin promoter
A Transgene:  LifeAct-TagRFP
| polyA: SV40 polyadenylation signal

Ad5 Genome: Adenovirus serotype 5 genome
(E1/E3-deleted)

Expression in mammalian cells

As the amount of adenovirus cell surface receptors di-
verges wildly among different cell types the optimal con-
centration of adenoviral vectors to use varies greatly. A
range of 10-200 MOI (multiplicity of infection) is used for
most cell types, but up to 1000 MOI may be used for lym-
phoid cell types.

A549 cells transduced with rAV-LifeAct-
TagRFP (MOI 20) and imaged 48 hours later.
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LifeAct family

& Ordering number  Labeling Amount Vector type
:1; 60101 pMVLifeAct-TagGFP2 20 pg plasmid
R CMVT ;

7. 60102 p— " LifeAct-TagRFP 20 pg plasmid
60106 pCACLifeAct-TagGFP2 20 pg plasmid
60107 pCACLifeAct-TagRFP 20 pg plasmid
' Ordering number  Labeling Amount Vector type
<
I 60121 rAVEMV_LifeAct-TagGFP2 1 x 10° TU adenovirus
= CMV_p 4 9 :
). 60122 rAV-YY_LifeAct-TagRFP 1 x 10° IU adenovirus
60124 rAVCAG_LifeAct-TagRFP 1 x 10° TU adenovirus

For research use only!

Further technical specifications can be found at www.ibidi.com. For questions and suggestions please contact us by e-mail info@ibidi.de
or by telephone +49 (0)89/520 4617 0. All products are developed and produced in Germany.
© ibidi GmbH, Am Klopferspitz 19, 82152 Martinsried, Germany.
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Notice to Purchaser:

Evrogen Fluorescent Proteins TagGFP2 and TagRFP: This product is for internal non—commercial research use only. No rights are conveyed to modify or
clone the gene encoding fluorescent protein contained in this product. The right to use this product specifically excludes the right to validate or screen
compounds. For information on commercial licensing, contact Evrogen Licensing Department, email: license@evrogen.com.

LifeAct product and its variants: Use of this product is covered by the following patent application: W02009068295 (A1). Not-For—Profit Entities: Orders
may be placed in the normal manner by contacting your local representative or ibidi Customer Service at +49 (0)89/520 4617 0. At its discretion, ibidi
grants Not—For-Profit Entities a non—-exclusive, personal, limited license to use this product for non—commercial life science research use only. Such license
specifically excludes the right to sell or otherwise transfer this product, its components or derivatives thereof to third parties. No modifications to the
protein coding sequence may be made without express written permission from ibidi. Any other use of this product requires a license from ibidi. For—
Profit Entities wishing to use this product are required to obtain a license from ibidi. For license information, please contact a licensing representative by
e—mail at licensing@ibidi.com.

rAVCAG_LifeAct-TagRFP Page 3 Version 2011-08-22


http://www.ibidi.com

