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THE NORTHWESTERN UNIVERSITY

TRANSGENIC AND TARGETED MUTAGENESIS LABORATORY
Gene Targeting Project Request Form
Date Submitted: 
Principal Investigator: 
Department: 
Campus Address: 
Phone: 
Email: 
Contact Person: 
Lab Location: 
Phone: 
Fax: 
Email: 
Animal protocol information 

Investigators must have an approved animal protocol describing the analysis of animals produced by the Core Laboratory before Phase II blastocyst injections can be scheduled.

NUACUC # and project title: 
CCM animal housing location (if transferring mice within NU): 
Project Title 
Background 

Please provide a BRIEF of the scientific rational for the project.  Include a narrative of how the targeting vector was constructed and expected phenotype of hetero/homozygous mutant mice.


Maps

Attach diagrams of the restriction maps listed below.  Indicate relevant restriction sites, probe/primer location used for screening analysis, and size of each sequence.  

a) the endogenous genomic gene 

b) the targeting vector 

c) the targeted chromosome after homologous recombination

Targeting Vector information

Targeting vector name: 
Chromosome targeting: 
Genetic background of mouse providing arms of homology: 
Source of genomic sequences (ie, BAC clone. PCR amplification of genomic DNA): 
Source of selection cassettes: (e.g., pGK Neo from pPNT, vendor or laboratory): 
Negative selection: HSV-Tk, DT-A, other (if other, provide map and description): 
Length of 5’ homology arm: 
Length of 3’ homology arm: 
Length of entire targeting vector: 
Targeting vector sequenced (ie, all of the 5' and 3' region of homology, all loxp sites, junctional fragments,etc): 
Restriction site used to linearize targeting vector and size linearized vector: 
Have you demonstrated that: both the 5’ and 3’ arms are in the correct orientation; the loxP sites (if present) are in the correct location, orientation and are not mutated; evidence that single bp mutation (if any) are present and can be detected in screening assay? 
Describe the purification of the targeting vector DNA for electroporation, if different from method suggested by the Lab (Preparation of DNA for Electroporation protocol): 
Screening Analysis of Clones

1. Provide a brief narrative describing the screening strategy, including the expected fragment size of both the wild-type and targeted band: 
2. Attach the following:

a) A restriction map indicating the relevant restriction sites and the location of the 5’ and 3’ screening probes.

b) An autoradiograph from a genomic Southern Blot showing the detection of the wild-type band with both the 5’ and 3’ probes on 2-5mg ES cell DNA isolated from a 96 well plate using the TTML protocol (Isolation of DNA from 96 well plate protocol). 

c) If a PCR screen is used provide evidence that the assay is sensitive enough to detect a single copy.  This can be done using a positive control construct which includes sequences recognized by the screening primers.  The size of the PCR product should be noticeably different from the size of the product generated by the targeted gene.  To produce a single copy template, spike 10mg of mouse DNA with 2pg of plasmid DNA for every Kb of the control construct. 

Confirmation of Targeted Clones

Potentially targeted clones will be thawed from a 96 well plate, expanded and frozen.  Clones will be overgrown in a 12-well plate in the absence of feeder cells and provided for the targeting confirmation (Isolation of DNA from 12 well plate protocol). 

Acknowledgements

Please acknowledge the Transgenic and Targeted Mutagenesis Facility in the acknowledgement section if you publish results using the mice that we help you generate.  It is essential for our continued funding and success.

Suggested text: “The genetically engineered mice were generated with the assistance of Northwestern University Transgenic and Targeted Mutagenesis Laboratory.” 

If you are a cancer center member, please also add:

“The Northwestern University Transgenic and Targeted Mutagenesis Laboratory is partially supported by NIH grant CA60553 to the Robert H. Lurie Comprehensive Cancer Center at Northwestern University.”

Please provide reprints or list of publications resulting from work completed by the facility.
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