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FRT-PGK-gb2-neo-FRT cassette

CONTENTS

1 Eppendorf tubes + manual

1. FRT-PGK-gb2-neo-FRT: PCR template (50 ng/ul, 20pl)
2. This manual

Store tube at -20°C

Please read

The products listed in this manual are for research purposes only. They are not designed for
diagnostic or therapeutic use in humans, animals or plants. The Red®/ET® recombination
technology is the intellectual property of Gene Bridges GmbH.

Conditions of use

3.1 Purchaser will not manufacture, copy, reproduce, transmit, distribute, sell, lease, transfer,
or improve upon the MATERIALS without prior written consent from GENE BRIDGES.

3.2 All MATERIALS relating Technologies shall be purchased from GENE BRIDGES or its
authorized distributors. Use of any of the stated products from a source other than GENE
BRIDGES will exempt GENE BRIDGES from any and all liabilities and warranties.

3.3 All MATERIALS purchased by research organizations, universities and other non-profit
organizations may not be used for any commercial purpose. These MATERIALS are to be
used for research purposes only. The MATERIALS may not be used to provide a commercial
or non-commercial service, of any kind.

3.4 A purchase of MATERIALS by a private consumer is neither intended nor permitted.
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FRT-PGK-gb2-neo-FRT cassette

Short Description:

“‘FRT-PGK-gb2-neo-FRT” template is designed to allow neomycin/kanamycin
selection in prokaryotic and eukaryotic cells.

The FRT-PGK-gb2-neo-FRT template encodes the neomycin/kanamycin
resistance gene which combines a prokaryotic promoter (gb2) for expression of
kanamycin resistance in E.coli with a eukaryotic promoter (PGK) for expression
of neomycin resistance in mammalian cells.

The prokaryotic promoter gb2 is a slightly modified version of the Em7
promoter; it mediates higher transcription efficiency than the normally used Tn5
promoter. The promoter of the mouse Phosphoglucokinase gene (PGK) is
used as eukaryotic promoter. A synthetic polyadenylation signal terminates the
kanamycin/neomycin expression. The cassette is flanked by FRT sites for later
excision by Flp-recombinase.

Using the provided PCR template one can easily create a FRT-PGK-gb2-neo-
FRT cassette flanked by any restriction sites to clone the cassette into the
vector of choice. The restriction sites can be introduced by adding the
corresponding sequence in the PCR primer. The template can easily be used
to generate targeting constructs mediated by a single Red/ET Recombination
step.

The “FRT-PGK-gb2-neo-FRT template” is not linear but plasmid based (3446bp
in size). Due to its R6K origin it can not replicate in most of the E. coli strains.
The PCR product can therefore be used directly for downstream applications
without any further purification.

At least 20 PCR reactions can be performed using 1ul per reaction as template.
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Map: FRT-PGK-gb2-neo-FRT cassette

Notl Xhol
FRT Prck Pyb2 neo pA |FRT

Notl

1 AATTAACCCTCACTAAAGG GO3300GC GAAGITCCTATTCTCTAGAAAGTATAGGAACTTC ATTCTACOGG GIAGEEGAGG

82 COCCTTTTOCC AAGBCAGICT GGAGCATGOG CTTTAGCAGC COOGCTGEEC ACTTGEOCCT ACACAAGTGG CCTCTGEOCT
162 CGCACACATT CCACATCOCAC CGGTAGECEC CAACOCECTC OGITCTTTGG TGECOCCTTC GOGOCACCTT CCACTCCTCC
242 CCTAGICAGG AAGITCOOOC CCGBOOC0CCA GCTOCEOGTCG TGCAGGACGT GACAAATGCGA AGTACCACGT CTCACTAGTC
322 TOGIGCAGAT GCGACAGCCACC GCTGAGCAAT GGAAGOGEEGT AGECCTTTGG GBCAGOEECC AATAGCAGCT TTGCTCCTTC
402 GCTTTCTGSG CTCAGAGECT GECAAGEEGT GEGTOOEEEG GOEEECTCAG GEE0EEECTC AGEEE0EEEG 0333030006
482 AAGGICCTCC GGAGEOCOEG CATTCTGCAC GCTTCAAAAG CBCACGTCTG COBORCTGIT CTCCTCITOC TCATCTOOGG
562 QOCTTTCGAC C TGCAGC AGCACGIGIT GACAATTAAT CATCOGECATA GTATATCGEEC ATAGTATAAT ACGACAAGGT
639 GAGGAACTAA ACC ATG GCGA TCG GOC ATT GAA CAA GAT GEA TTG CAC GCA GGT TCT OOG GCC CCT TGG

1#Met Gly Ser Ala Ile Glu GIn Asp Gly Leu His Ala Gly Ser Pro Ala Ala Trp

706 GIG GAG AGG CTA TTC G3C TAT GAC TGG GCA CAA CAG ACG ATC G3C TGC TCT GAT GOC GCC GIG TTC

19 Val Glu Arg Leu Phe Gly Tyr Asp Trp Ala GlIn GIn Thr Ile Gly Cys Ser Asp Ala Ala Val Phe
772 O3G CTG TCA GOG CAG G3G GBC OCG GIT CIT TIT GIC AAG ACC CGAC CTG TCC GGI GOC CTG AAT GAA

41FArg Leu Ser Ala GIn Gly Arg Pro Val Leu Phe Val Lys Thr Asp Leu Ser Gly Ala Leu Asn Glu
838 CIG CAG GAC CGAG GCA B0G OG5 CTA TOG TGG CTG GOC ACG ACG BG3C GIT CCT TGC GCA GCT GIG CTC

63k Leu GIn Asp Glu Ala Ala Arg Leu Ser Trp Leu Ala Thr Thr Gly Val Pro Cys Ala Ala Val Leu
904 GAC GIT GIC ACT GPA G0G GCA AGG GAC TGG CTG CTA TTG G3C GAA GITG COG G3G CAG GAT CIC CTG

85F Asp Val Val Thr Glu Ala Gly Arg Asp Trp Leu Leu Leu Gly Glu Val Pro Gly GIn Asp Leu Leu
970 TCA TCT CAC CIT GCT CCT GCC GAG AAA GTA TCC ATC ATG CCT GAT GCA ATG 0BG OGG CTG CAT ACG
107k Ser Ser His Leu Ala Pro Ala Glu Lys Val Ser Ile Met Ala Asp Ala Met Arg Arg Leu His Thr
1036 CIT GAT OOG GCT ACC TGC CCA TTC GAC CAC CAA GOG AAA CAT OCGC ATC GAG CGA QCA COGT ACT GG
129F Leu Asp Pro Ala Thr Oys Pro Phe Asp His GIn Ala Lys His Arg lle Glu Arg Ala Arg Thr Arg
1102 ATG GAA GOC GGT CIT GIC GAT CAG GAT GAT CTG GAC GAA GAG CAT CAG GG CTC (0G CCA GCC GAA
151FMet Glu Ala Gly Leu Val Asp Gln Asp Asp Leu Asp Glu Glu His Gln Gly Leu Ala Pro Ala Glu
1168 CIG TTC GOC AGG CTC AAG GOG O3C ATG COC GAC G3C CGAG GAT CTC GIC GIG ACC CAT G3C GAT GC
173F Leu Phe Ala Arg Leu Lys Ala Arg Met Pro Asp Gly Glu Asp Leu Val Val Thr His Gly Asp Ala
1234 TGC TTG COG AAT ATC ATG GTG GAA AAT G3C OC TTT TCT GGA TTC ATC GAC TGI GC O3G CTG GGT
195FCys Leu Pro Asn Ile Met Val Glu Asn Gly Arg Phe Ser Gly Phe lle Asp Oys Gly Arg Leu Gly
1300 GIG GOG GAC CGC TAT CAG GAC ATA GOG TTG GCT ACC CGT GAT ATT GCT GAA GAG CTT GCC GXC GAA
217FVal Ala Asp Arg Tyr GIn Asp lle Ala Leu Ala Thr Arg Asp |le Ala Glu Glu Leu Gly Gly Glu
1366 TGG GCT GAC CBC TTC CTC GIG CIT TAC GGT ATC GOC GCT COC GAT TCG CAG CGC ATC GCC TTC TAT
239F Trp Ala Asp Arg Phe Leu Val Leu Tyr Gly lle Ala Ala Pro Asp Ser GIn Arg lle Ala Phe Tyr
1432 COCC CIT CIT GAC GAG TTC TTC TGA GOCBEGACTCTGEEGT TOGAATAAAGACCGACCAACCGAC GIC TGA
261FArg Leu Leu Asp Glu Phe Phe
1501 GAGCTOCCTG GOGAATTOGG TACCAATAAA AGAGCTTTAT TTTCATGATC TGTGIGITGS TTTTTGIGIG OG30GCG GAA

Xhol

1581 GITCCTATTCTCTAGAAAGTATAGGAACTTC C TOGAGOCCTATAGIGAGICGTATTA

Please take into consideration that the sequence given above does not reflect the
complete plasmid but refers to the functional cassette.





