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loxP-FRT-PGK-gb2-neo-FRT cassette

CONTENTS

1 Eppendorf tubes + manual

1. loxP-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 related to the technology must 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 The purchase of MATERIALS by a private consumer is neither intended nor permitted.
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loxP-FRT-PGK-gb2-neo-FRT cassette

Short Description:

“loxP-FRT-PGK-gb2-neo-FRT” cassette is designed to allow kanamycin/
neomycin selection in prokaryotic and eukaryotic cells, respectively.

It 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 generally used Tn5 promoter. The promoter of the mouse
Phosphoglucokinase gene (PGK) is used as the eukaryotic promoter. A
synthetic polyadenylation signal terminates the kanamycin/neomycin
expression. The cassette is flanked by FRT sites for later excision by Flp-
recombinase. An additional single loxP site is located at the 5’ end of the
cassette. Unique Notl and Xhol sites flank the cassette for convenient cloning

with restriction sites.

Using the provided PCR template one can easily create a loxP-FRT-PGK-gb2-
neo-FRT cassette flanked by any other 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
Red®/ET® Recombination.

The “loxP-FRT-PGK-gb2-neo-FRT cassette” is not linear but plasmid based
(3485 bp in size). Due to its R6K origin the plasmid cannot replicate in most
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 1 pl per reaction as

template.
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Notl Hindlll Xhol

Pgb2 kanamycin/neomycin

FRT B  FRT

Notl Hindlll
1 AATTAACOCTCACTAAAGG GOGROOGCAT AACTTOGTAT AATGIATGCT ATACGAAGIT AT AAGCTTGAAGITCCT
77 ATTCTCTAGAAAGTATAGGAACTTC ATTCTACOSG GTAGSGGAGG CECTTTTCOC AAGSCAGICT GGAGCATAOG
152 CITTAGCAGC COCGCTGEEC ACTTGEOCCT ACACAAGTGG CCTCTGEOCT OGCACACATT OCACATCCAC
222 CGGTAGE0EC CAACOEECTC CGTTCTTTGG TG3C0OCCTTC GOBOCACCTT OCACTOCTCC CCTAGICAGG
292 AAGITCOCOC COB0O00CCA GCTCEOGTOG TGCAGGACGT GACAAATGCGA AGTAGCACGT CTCACTAGTC
362 TOGIGCACGAT GGACACCACC GCTCGAGCAAT GCAAGOEEGT AGGOCTTTGG GECAGOEECC AATAGCAGCT
432 TTGCTCCTTC GCTTTCTGEG CTCAGAGECT GEGAAGEEGT GEGTCOBEEG GOEEECTCAG GEE0EECTC
502 AGEEE0EEEG CEEE0E0C0G AAGGTCCTOC GCACEO00EG CATTCTGCAC GCTTCAAAAG CBCACGTCTG
572 COBOCCTGIT CTCCTCTTOC TCATCTOOGG GOCTTTCGAC CTGCAGCACC ACGTGITGAC AATTAATCAT
642 CGCCATAGTA TATOGGCATA GTATAATACG ACAAGGTGAG GAACTAAACC ATG CGGA TOG GOC ATT GAA CAA
1k Met Gly Ser Ala Ile Glu GlIn
713 GAT GCGA TTG CAC GCA GGT TCT OCG GOC CCT TGG GIG GAG AGG CTA TTC GC TAT GAC TGG GCA
8FAsp Gly Leu His Ala Gly Ser Pro Ala Ala Trp Val Glu Arg Leu Phe Gly Tyr Asp Trp Ala
776 CAA CAG AC G ATC GC TQC TCT GAT GCC GCC GIG TTC O3G CIG TCA GO0G CAG G3G 03C COG
29FGIn GIn Th r lle Gly COys Ser Asp Ala Ala Val Phe Arg Leu Ser Ala GIn Gly Arg Pro
836 GIT CIT TTT GIC AAG ACC GAC CTG TCC GGT GCC CTG AAT GAA CTG CAG GAC GAG CA GOG OG
49k Val Leu Phe Val Lys Thr Asp Leu Ser Gly Ala Leu Asn Glu Leu GIn Asp Glu Ala Ala Arg
899 CTA TGG TGS CTG GOC ACG ACG GC GIT CCT TGC GCA CCT GIG CIC GAC GIT GIC ACT GAA GG
70F Leu Ser Trp Leu Ala Thr Thr Gly Val Pro Cys Ala Ala Val Leu Asp Val Val Thr Glu Ala
962 CGGA AGG GAC TGG CTG CTA TTG G3C GAA GIG OCG G35 CAG CGAT CTC CIG TCA TCT CAC CIT GCT
91FGly Arg Asp Trp Leu Leu Leu Gly Glu Val Pro Gly GIn Asp Leu Leu Ser Ser His Leu Ala
1025 COCT GCC GAG AAA GTA TCC ATC ATG GCT GAT GCA ATG OGG O3G CTG CAT ACG CIT GAT COG CCT
112FPro Ala Glu Lys Val Ser Ile Met Ala Asp Ala Met Arg Arg Leu His Thr Leu Asp Pro Ala
1088 ACC TGC CCA TTC GAC CAC CAA GOG AAA CAT O3C ATC GAG CCA GCA CGT ACT GGG ATG GAA &C
133k Thr Cys Pro Phe Asp His Gln Ala Lys His Arg Ile Glu Arg Ala Arg Thr Arg Met Glu Ala
1151 GGT CIT GIC GAT CAG GAT GAT CTG GAC GAA GAG CAT CAG G3G CTC GOG CCA &CC GAA CTIG TTC
154k Gly Leu Val Asp Gln Asp Asp Leu Asp Glu Glu His GIn Gly Leu Ala Pro Ala Glu Leu Phe
1214 QCC AGG CTC AAG BG0G O3C ATG OOC GAC G3C GAG GAT CTC GIC GIG ACC CAT G3C GAT GC TQC
175FAla Arg Leu Lys Ala Arg Met Pro Asp Gly Glu Asp Leu Val Val Thr His Gly Asp Ala Qys
1277 TTG OCG AAT ATC ATG GTG GAA AAT G3C OCC TTT TCT GEA TTC ATC GAC TGT G3C O3G CTG GaT
196F Leu Pro Asn |le Met Val Glu Asn Gly Arg Phe Ser Gly Phe |le Asp Cys Gly Arg Leu Gly
1340 GIG GG GAC CGC TAT CAG GAC ATA GOG TTG GCT ACC CGT GAT ATT GCT GAA GAG CTT GXC GC
217FVal Ala Asp Arg Tyr GIn Asp lle Ala Leu Ala Thr Arg Asp |le Ala Glu Glu Leu Gly Gly
1403 GAA TGG GCT GAC CGGC TTC CIC GIG CIT TAC GGI' ATC G0C GCT OCC GAT TGG CAG OCC ATC GC
238*Glu Trp Ala Asp Arg Phe Leu Val Leu Tyr Gly lle Ala Ala Pro Asp Ser GIn Arg lle Ala
1466 TTC TAT CCSC CIT CIT GAC GAG TTC TTC TCA GOGECACTCTGEEGT TOGAATAAAGACOGACCAAGCGAC GIC
259F Phe Tyr Arg Leu Leu Asp Glu Phe Phe
1538 TCA GAGCTOCCTG GOGAATTOSG TACCAATAAA AGAGCTTTAT TTTCATGATC TGTGIGITGG TTTTTGIGIG
Xhol
1611 O33030G GAAGTTCCTATTCTCTAGAAAGTATAGGAACTTC C TOGAGOCCCTATAGTGAGTCGTATTA

Please take into consideration that the sequence given above does not reflect the

complete plasmid but refers to the functional cassette.
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