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FRT-PGK-gb2-neo-FRT-loxP template

CONTENTS

1 Eppendorf tubes + manual

1. FRT-PGK-gb2-neo-FRT-loxP: 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-PGK-gb2-neo-FRT-loxP template

Short Description:

“‘PGK-gb2-neo-FRT-loxP” template 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 3’ 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 PGK-gb2-neo-FRT-
loxP 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 “PGK-gb2-neo-FRT-loxP template” 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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FRT-PGK-gb2-neo-FRT-loxP template o

Notl HindIll  Xhol
pGB2 kanamycin/neomycin pA

FRT B RT

Notl
1 AATTAACCCTCACTAAAGREEOGE00E0GAAGT TCCTATTCTCTAGAAAGTATAGGAACTTC ATTCTACOSG GTAGEEGAGG
82 CGCTTTTCOC AAGRCAGICT GGAGCATAOG CTTTAGCAGC OCCOGCTGERC ACTTGEOGCT ACACAAGTGG
152 COCTCTGECTC GCACACATTC CACATOCACC GGTAGEOECC AACCEECTCC GITCTTTGGT G300CCTTCG
222 (OCOCACCTTC TACTCCTOOC CTAGTCAGGA AGITOOCOCC CBOCOCGCAG CTCEOGTCGT GCACGGACGTG
292 ACAAATGGAA GTAGCACGIC TCACTAGICT OGIGCAGATG GACAGCACOG CTGAGCAATG GAAGCEEGTA
362 QGCCCTTTG3G GCAGOEEOCA ATAGCAGCTT TGCTCCTTCOG CTTTCTGEEC TCAGAGSCTG GCAAGESGTG
432 QGTCOEEEEG OCEECTCAGG GEOEECCTCA GEEE0EEEEC GE330E0CCGA AGGTCCTCOG GAGECOOEC
502 ATTCTGCACG CTTCAAAAGC GCACGICTGC CBOCCTGITC TOCTCTTCCT CATCTOOB3G CCTTTCGACC TGCAGC
578 AGCACGIGIT GACAATTAAT CATOGGCATA GTATATCGEC ATAGTATAAT ACGACAAGGT GAGGAACTAA ACC ATG
1 Met
654 GGA TGG GCC ATT GAA CAA GAT GA TTG CAC GCA GGT TCT COG GOC CCT TGG GIG GAG AGG CTA
2 Gly Ser Ala lle Glu GIn Asp Gly Leu His Ala Gly Ser Pro Ala Ala Trp Val Glu Arg Leu
717 TTC G3C TAT GAC TGG GCA CAA CAG ACA ATC G3C TQC TCT GAT GOC CC GIG TTC OGG CTG TCA
23 Phe Gly Tyr Asp Trp Ala GIn GIn Thr Ile Gly Cys Ser Asp Ala Ala Val Phe Arg Leu Ser
780 QOG CAG G3G O3C COG GIT CIT TTT GIC AAG ACC GAC CTG TCC GGT GOC CTG AAT GAA CTG CAG
44 Ala GIn Gly Arg Pro Val Leu Phe Val Lys Thr Asp Leu Ser Gly Ala Leu Asn Glu Leu GIn
843 GAC GAG GCA GOG OGG CTA TGG TGS CTG G0C ACG ACG G3C GIT CCT TGC GCA GCT GIG CTC GAC
65 Asp Glu Ala Ala Arg Leu Ser Trp Leu Ala Thr Thr Gly Val Pro Cys Ala Ala Val Leu Asp
906 GIT GIC ACT GAA 0G GGA AGG GAC TGG CTG CTA TTG G3C GAA GTG CCG G3G CAG GAT CTC CIG
86 Val Val Thr Glu Ala Gly Arg Asp Trp Leu Leu Leu Gly Glu Val Pro Gly GIn Asp Leu Leu
969 TCA TCT CAC CTT GCT CCT GOC GAG AAA GTA TCC ATC ATG GCT GAT GCA ATG O3G O3G CTG CAT
107 Ser Ser His Leu Ala Pro Ala Glu Lys Val Ser Ile Met Ala Asp Ala Met Arg Arg Leu His
1032 ACG CTT GAT COG GCT ACC TGC CCA TTC GAC CAC CAA GCG AAA CAT CGC ATC GAG CGA GCA aGr
128 Thr Leu Asp Pro Ala Thr Cys Pro Phe Asp His GIn Ala Lys His Arg Ile Glu Arg Ala Arg
1095 ACT CGG ATG GAA GCC GGT CTT GIC GAT CAG GAT CGAT CTG GAC GAA GAG CAT CAG GG CTC &G
149 Thr Arg Met Glu Ala Gly Leu Val Asp Gln Asp Asp Leu Asp Glu Glu His GIn Gly Leu Ala
1158 CCA GCOC GAA CTG TTC GCC AGG CTC AAG G0G O3C ATG CCC GAC G3C GAG GAT CIC GIC GIG ACC
170 Pro Ala Glu Leu Phe Ala Arg Leu Lys Ala Arg Met Pro Asp Gly Glu Asp Leu Val Val Thr
1221 CAT G3C GAT GOC TGC TTG COG AAT ATC ATG GTG GAA AAT G3C OCC TTT TCT GGA TTC ATC GAC
191 His Gly Asp Ala Cys Leu Pro Asn Ile Met Val Glu Asn Gly Arg Phe Ser Gly Phe |le Asp
1284 TGI G3C O3G CTG GGT GTG GOG GAC COGC TAT CAG GAC ATA GOG TTG GCT ACC CGTI GAT ATT GCT
212 Cys Gly Arg Leu Gly Val Ala Asp Arg Tyr Gln Asp Ile Ala Leu Ala Thr Arg Asp Ile Ala
1347 GAA GAG CTT G3C G3C GAA TGS GCT GAC CCC TTC CTC GIG CIT TAC GGT ATC GOC CCT CGCC GAT
233 Glu Glu Leu Gly Gly Glu Trp Ala Asp Arg Phe Leu Val Leu Tyr Gly Ile Ala Ala Pro Asp
1410 TOG CAG OCC ATC GCC TTC TAT CEC CI'T CIT GAC GAG TTC TTC TCA GOCXACTCTCEGT TOGAATAAAGA
254 Ser GIn Arg lle Ala Phe Tyr Arg Leu Leu Asp Glu Phe Phe <--
1481 COCGACCAAGCGAC GIC TGA GAGCTCCOCTG GUGAATTORG TACCAATAAA AGAGCTTTAT TTTCATGATC
Hindlll
1550 TGIGIGITGG TTTTTGIGIG CG3030G GAAGTTCCTATTCTCTAGAAAGTATAGGAACTTCAAGCTT ATAACT TCGT
Xhol
1627 ATACCATACA TTATACCAAG TTAT CTOGAGCCCTATAGTGAGTCGTATTA
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