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loxP-PGK-gb2-hygro-loxP cassette

CONTENTS

1 Eppendorf tubes + manual

1. loxP-PGK-gb2-hygro-loxP: PCR template (50 ng/ul, 20ul)
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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loxP-PGK-gb2-hygro-loxP cassette

Short Description:

“loxP-PGK-gb2-hygro-loxP” template is designed to allow hygromycin selection
in prokaryotic and eukaryotic cells.

The loxP-PGK-gb2-hygro-loxP template encodes the hygromycin resistance
gene which combines a prokaryotic promoter (gb2) for expression in E.coli with
a eukaryotic promoter (PGK) for expression 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
hygromycin expression. The cassette is flanked by loxP sites for later excision
by Cre-recombinase.

Using the provided PCR template one can easily create a loxP-PGK-gb2-
hygro-loxP 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 “loxP-PGK-gb2-hygro-loxP template” is not linear but plasmid based
(3643bp 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.

We recommend growing the recombined cells between 4 and 24h under non-
selective conditions before streaking the culture on plates conditioned with
100 pg/ml hygromycin plus the antibiotics for the selective marker of the target
vector (e.g. 15 pyg/ml chloramphenicol for BAC clones).

At least 20 PCR reactions can be performed using 1ul per reaction as template.
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loxP-PGK-gb2-hygro-loxP cassette

Map: loxP-PGK-gb2-hygro-loxP cassette
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AATTAACCCT CACTAAAGGEOGE00C ATTCTACOGEGTAGEEGAGEOGCT TTTOOCA
AGGCAGT CTGGAGCATGOGCT T TAGCAGOOOOGCTGEECACT TEROBCTACACAAGT GROCT CTGROCT OBCACACAT TOCACATOCACORC
TAGEOG0CAACCGERCTOOGT TCT T TGGTGR0000GT CBOB0CACCT TCTACTOCTOOOCTAGT CAGGAAGT TOOOOO00E0000CBCAGCTCC
OGTOGTGCAGGACGT GACAAATGGAAGT AGCACGT CTCACTAGT CTOGT GCAGAT GGACAGCACOGCT GAGCAAT GGAAGOGBEGTAGECCT T
TGEEGCAGOBE0CAATAGCAGCT TTACTOCT TORCT TTCT G3RCTCAGAGECT GEGAAGRREGT GEGT COBEEEE0EEECT CAGEEE0RERCT
CACEEE0EEEE0EEECE0C0GEAAGGET CCTOOCEEAGE0COEACAT TCTGCACECT TCAAAAGOCCCACGT CTAOCEOCTGI TCTCCTCT TCCT
CATCTOOGEE0CT T TOGACCTGCAGCAGCACGT GT TGACAAT TAAT CATOGGCATAGT ATATOBGCATAGT ATAATACGACAAGGT GAGGAA
CTAAACC

1 Met Lys Lys Pro Glu Leu Thr Ala Thr Ser Val Glu Lys Phe Leu lle Glu Lys Phe Asp Ser

Val Ser Asp Leu Met GIn Leu Ser Glu Gly Glu Glu Ser Arg Ala Phe Ser Phe Asp Val Gly Gly Arg
Gly Tyr Val Leu Arg Val Asn Ser Cys Ala Asp Gly Phe Tyr Lys Asp Arg Tyr Val Tyr Arg His Phe
Ala Ser Ala Ala Leu Pro Ile Pro Glu Val Leu Asp Ile Gly Glu Phe Ser Glu Ser Leu Thr Tyr Cys
Ile Ser Arg Arg Ala GIn Gly Val Thr Leu GIn Asp Leu Pro Glu Thr Glu Leu Pro Ala Val Leu GIn
Pro Val Ala Glu Ala Met Asp Ala Ile Ala Ala Ala Asp Leu Ser GIn Thr Ser Gly Phe Gly Pro Phe
Gly Pro GIn Gly Ile Gly Gln Tyr Thr Thr Trp Arg Asp Phe Ile Cys Ala Ile Ala Asp Pro His Val
Tyr His Trp Gln Thr Val Met Asp Asp Thr Val Ser Ala Ser Val Ala GIn Ala Leu Asp Glu Leu Met
Leu Trp Ala Glu Asp Cys Pro Glu Val Arg His Leu Val His Ala Asp Phe Gly Ser Asn Asn Val Leu
Thr Asp Asn Gly Arg lle Thr Ala Val |le Asp Trp Ser Glu Ala Met Phe Gly Asp Ser GIn Tyr Glu
Val Ala Asn |le Phe Phe Trp Arg Pro Trp Leu Ala Cys Met Glu GIn GIn Thr Arg Tyr Phe Glu Arg
Arg His Pro Glu Leu Ala Gly Ser Pro Arg Leu Arg Ala Tyr Met Leu Arg Ile Gly Leu Asp GIn Leu
Tyr Gln Ser Leu Val Asp Gly Asn Phe Asp Asp Ala Ala Trp Ala GIn Gly Arg Cys Asp Ala |le Val
Arg Ser Gly Ala Gly Thr Val Gly Arg Thr GIn Ile Ala Arg Arg Ser Ala Ala Val Trp Thr Asp Gly
Grmi
Cys Val Glu Val Leu Ala Asp Ser Gly Asn Arg Arg Pro Ser Thr Arg Pro Arg Ala Lys Glu
OCCTGOCACAGT CTGAGAGCTOOCTGE0GAAT TOGGTACCAATAAAAGAGCT TTATTTTCATGATCTGTGTGT TGGT TTTTGTGTGOGE0X

Xhol
G CTOGAGOCCTATAGTGAGTCGTATTA
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