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294-Cre / 294-FLP SV PR

CONTENTS

1 Eppendorf tubes + manual
1. 294-Cre or 294-FLP: Glycerol stock of the E. coli strain (500ul, 25%
glycerol)
2. This manual

Store tube at -80°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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Short Description:

E.coli strains 294-Cre and 294-FLP express either Cre- or FLP-recombinase.
Plasmids containing authentic recognition targets for either recombinase (loxP
or FRTs) are recombined when propagated in the appropriate strain. 294-Cre
and 294-FLP thus provide a simple test for the recombination competence of
constructs that are designed for use in Cre- or FLP-mediated genomic

manipulations.

In both strains the recombinases are under the control of the APr-promoter
which limits expression at 23°C so that no FLP, and little Cre recombination is
observed in cultures grown at this temperature. Plasmids with recombinase
recognition targets are completely recombined at 37°C in the appropriate Cre

or FLP strain.

E.coli strains 294-Cre and 294-FLP are based on the MM294 wild-type strain.

Genotype MM294: endA, thiA, hsdR17, supE44
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Technical Protocol

-

. Streak 1ul of the cells on an LB agar plate (without antibiotics).

Incubate at 30°C overnight.

Pick several colonies and grow them in LB medium (without antibiotics).
Incubate them at 30°C.

. Prepare competent cells by any conventional method (electro-competent

cells are preferable).

Transform the plasmid carrying loxP or FRT sites into 294-Cre or 294-
Flp competent cells.

After transformation, add 1 ml of LB medium.
Incubate at 30°C for 1.5 hours.

Plate on the appropriate selection plates and incubate at 30°C for more
than 24 hrs.

Pick colonies from the plates and isolate plasmid DNA following any of
the conventional methods.

10. Re-suspend the DNA pellet in 10pl of 10mM Tris-HCI, pH8.0.

11. Transform 1-2 pl of the plasmid DNA into another E.coli strain (DH10B,

Top10, DH5a ...).

12. Isolate plasmid DNA and check the successful recombination event by

digestion.

Since 294-Cre and 294-FLP are both based on the MM294 wild-type E.coli
strain, the plasmid DNA prepared from them is not of high quality. Therefore,

after recombination, the plasmid should be transformed into another strain (e.g.
DH10B, Top10, DH5a...).
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