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FRT-amp-FRT cassette

CONTENTS

1 Eppendorf tubes + manual

1. FRT-amp-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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FRT-amp-FRT cassette

Short Description:

‘FRT-amp-FRT” cassette is designed to allow ampicillin selection in prokaryotic

cells.

The prokaryotic promoter gb2 driving the gene for ampicillin resistance is a
slightly modified version of the Em7 promoter; it mediates higher transcription
efficiency than the generally used Tn5 promoter. A synthetic polyadenylation
signal terminates the ampicillin expression. The cassette is flanked by FRT
sites for later excision by FLP-recombinase. Unique Nofl and Xhol sites flank

the cassette for convenient cloning with restriction sites.

Using the provided PCR template one can easily create a FRT-amp-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 engineer the E. coli genome by Red®/ET®
Recombination.

The “FRT-amp-FRT cassette” is not linear but plasmid based (3502 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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FRT-amp-FRT cassette £ E'!E it ibeh, Eg‘

Notl Xhol
Pgb2 ampicillin pA

FRT B FRT
Notl
1 AATTAACCCTCACTAAAGGEC G300C GAAGITCCTATTCTCTAGAAAGTATAGGAACTTC ATTCTACOSG GTAGEEGAGG
82 COCCTTTTOCC AAGSCAGICT GGAGCATGAOG CTTTAGCAGC COOGCTGEEC ACTTGEOCCT ACACAAGTGG CCTCTGECTC
162 GCACACATTC CACATCCACC GGTAGE0ECC AACOEECTCC GITCTTTGGET G300OCTTOG OE0CACCTTC TACTCCTOCC
242 CTAGTCAGEA AGITOOOCOC CGOCOCECAG CTOCOGTCGT GCACGACGTG ACAAATGEAA GTAGCACGTC TCACTAGICT
322 CGTGCAGATG GACAGCACOG CTGAGCAATG GAAGOCGGTA GAOCTTTGEG GCAGCGEEOCA ATAGCACCTT TGCTCCTTCG
402 CTTTCTG3EC TCACACCECTG GCAAGSEGTG GGIC0BEE3G O3EECTCACG GB0EEECTCA GEEE0EEEEC GEE0E00CEA
482 AGGTCCTOOG GAGEOCO3EC ATTCTGCACG CTTCAAAACC GCACGICTGC CBOGCTGITC TCCTCTTCCT CATCTCOSEG
562 CCTTTOGACC TGCAGC AGCACGTGIT GACAATTAAT CATCGBECATA GTATATOSEC ATAGTATAAT ACGACAAGGT
638 GACGAACTAA ACC atg agt att caa cat ttc cgt gtc gcc ctt att ccc ttt ttt gcg geca ttt tge
1#Met Ser Ile Gln His Phe Arg Val Ala Leu Ile Pro Phe Phe Ala Ala Phe Cys
705 ctt cct gtt ttt gct cac cca gaa acg ctg gtg aaa gta aaa gat gct gaa gat cag ttg ggt gca
19F Leu Pro Val Phe Ala His Pro Glu Thr Leu Val Lys Val Lys Asp Ala Glu Asp GIn Leu Gly Ala
771 cga gtg ggt tac atc gaa ctg gat ctc aac agc ggt aag atc ctt gag agt ttt cgc ccc gaa gaa
41FArg Val Gly Tyr lle Glu Leu Asp Leu Asn Ser Gly Lys lle Leu Glu Ser Phe Arg Pro Glu Glu
837 cgt ttt cca atg atg agc act ttt aaa gtt ctg cta tgt ggc gcg gta tta tcc cgt gtt gac gcc
63F Arg Phe Pro Met Met Ser Thr Phe Lys Val Leu Leu Qys Gly Ala Val Leu Ser Arg Val Asp Ala
903 ggg caa gag caa ctc ggt cgc cgc ata cac tat tct cag aat gac ttg gtt gag tac tca cca gtc
85FGly GIn Glu GIn Leu Gly Arg Arg Ile His Tyr Ser Gln Asn Asp Leu Val Glu Tyr Ser Pro Val
969 aca gaa aag cat ctt acg gat ggc atg aca gta aga gaa tta tgc agt gct gcc ata acc atg agt
107k Thr Glu Lys His Leu Thr Asp Gly Met Thr Val Arg Glu Leu Cys Ser Ala Ala Ile Thr Met Ser
1035 gat aac act gcg gcc aac tta ctt ctg aca acg atc gga gga ccg aag gag cta acc gct ttt ttg
129* Asp Asn Thr Ala Ala Asn Leu Leu Leu Thr Thr Ile Gly Gly Pro Lys Glu Leu Thr Ala Phe Leu
1101 cac aac atg ggg gat cat gta act cgc ctt gat cgt tgg gaa ccg gag ctg aat gaa gcc ata cca
151FHis Asn Met Gly Asp His Val Thr Arg Leu Asp Arg Trp Glu Pro Glu Leu Asn Glu Ala Ile Pro

1167 aac gac gag cgt gac acc acg atg cct gca gca atg gca aca acg ttg cgc aaa cta tta act ggc
173k Asn Asp Glu Arg Asp Thr Thr Met Pro Ala Ala Met Ala Thr Thr Leu Arg Lys Leu Leu Thr Gly

1233 gaa cta ctt act cta gct tcc cgg caa caa tta ata gac tgg atg gag gcg gat aaa gtt gca gga
195FGlu Leu Leu Thr Leu Ala Ser Arg Gln Gln Leu Ile Asp Trp Met Glu Ala Asp Lys Val Ala Gly
1299 cca ctt ctg cgc tcg gecc ctt ccg gect gge tgg ttt att gect gat aaa tct gga gcc ggt gag cgt
217FPro Leu Leu Arg Ser Ala Leu Pro Ala Gly Trp Phe Ile Ala Asp Lys Ser Gly Ala Gly Glu Arg
1365 ggg tct cgc ggt atc att gca gca ctg ggg cca gat ggt aag ccc tcc cgt atc gta gtt atc tac
239k Gly Ser Arg Gly lle Ile Ala Ala Leu Gly Pro Asp Gly Lys Pro Ser Arg lle Val Val Ile Tyr
1431 acg acg ggg agt cag gca act atg gat gaa cga aat aga cag atc gct gag ata ggt gcc tca ctg
261F Thr Thr Gly Ser GIn Ala Thr Met Asp Glu Arg Asn Arg GIn lle Ala Glu lle Gly Ala Ser Leu
1497 att aag cat tgg ta a GOCGCGACTCT GEGGITCGAA TAAAGACCGA OCAACCGACG TCTGAGAGCT CCCTGCCGEAA
283F |le Lys His Trp
1572 TTOGGTACCA ATAAAAGAGC TTTATTTTCA TGATCTGIGI GITGGITTTT GIGIGOG30G OG GAAGTTCCTATTCTCTAG
Xhol
1652 AAAGTATAGGAACTTCCTCGAGCCCTATAGTIGAGTCGTATTA

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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