
	Import Information Form

Hover over the (?) icon for more information
Strain Information

	Full mouse nomenclature (?)
	Sod1<em1(SOD1-loxP-G93A-loxP)>
	Genetic Description (?)
	
Genomic humanization of the murine Sod1 locus with the orthologous sequence from human, commencing at the start ATG in exon1 and ending downstream of the mouse 3' UTR in exon 5. The inserted genomic sequence includes all the coding exons, the human introns and the human 3' UTR. A portion of the human genomic insertion (exons 4 and 5) has been floxed and a mutant version of this sequence harbouring the G93A mutation is included immediately downstream. In the absence of Cre recombination, wild-type humanized SOD1 should be expressed. After Cre recombinase action, a humanized mutant SOD1 G93A should be expressed.

	Development (?)
	
A targeting vector with 7kb and 8 kb homology arms was received from the Fisher/Cunningham group at MRC Harwell and used for gene targeting in JM8F6 cells. Two CRISPR site specific nucleases targeting sequences 5'-GGGAAGCATGGCGATGAAAG-3' and 5'-ATTACAGTTTAATGGTTTGA-3' were used in parallel with the targeting vector, cleaving at the extremities of the sequence to be humanized. Targeted clones were identified by long-range PCR over the homology arms and the correct targeting and integrity of the targeting event was confirmed by Southern blot analysis and further genomic analysis by the Fisher/Cunningham group at MRC Harwell. 

	Was CRISPR/Cas9 technology used to generate the mutation?

This is important information for us because it dictates which CRISPR licensing agreement applies to the mouse strain
	
Yes     ☒      No     ☐

If yes, was the model modified using:

☐ NHEJ Using Crispr (gDNA made up of two molecules)

☐ NHEJ using CRISPR nickase

☒ HDR using any CRISPR protein

☐ NHEJ or HDR using catalytically-inactive Cas9 fused to a cleavage domain

Is chromosomal sequence expression modulated using:

☐ A catalytically-inactive Cas9/transcriptional activator or repressor domain


	Current Strain Background and Origin (?)
	
Current background: Choose an item.

If other or mixed is selected, please specify:

C57BL6/N x C57BL/6J

Origin: C57BL/6N

If other or mixed is selected, please specify:

Germline transmission was achieved using C57BL/6J albino mice, followed by selection cassette deletion with a C57BL6/J Flp deleter line. 


	Breeding and welfare

	
Click or tap here to enter text.

	
	Welfare issues: 

Mice are indistinguishable from litter mate





	
	Special Husbandry requirements:

None, usual C57BL/6J





	
	Is the mutation X-linked?

Yes     ☐      No     ☒

	
	Is the mutation imprinted?

Yes     ☐      No     ☒

	MGI Allele ID (?)
	
Not yet registered

N/A    ☐





Genotyping Information

Please provide a detailed genotyping protocol as an attachment alongside this form. If you would prefer, the following fields can be completed to provide our genotyping team with all of the information they require.

We can currently accept the following genotyping methods:

Gel based asaay		qPCR		Restriction Enzyme Digest

	Detailed Genotyping Protocol attached?
	Yes     ☒      No     ☐

	
Genotyping Contact (?)

Please note – this information will be passed onto our genotyping team who will be in contact if they have any queries. If you would prefer for your details not to be shared with our genotyper, please let us know.

	
David Thompson (d.thompson@har.mrc.ac.uk)

	Type of mutation
	SNP  
(Define base change and location)
	
Click or tap here to enter text.

	
	Deletion
(Define location and size)
	
Click or tap here to enter text.

	
	Insertion
(Define location and size)
	
Click or tap here to enter text.

	
	Other
(Please expand)
	
Humanisation of the mouse Sod1 gene 

	Sequence Details (?)
	
Click or tap here to enter text.

	Current Genotyping Protocol (?)
(Only to be completed if a genotyping protocol is not attached and the above is not applicable)
	
The insertion size of 13kb (with FRT flanked Neo cassette) necessitates mutliple checks. For simplicity, production and germline transmission of the targeted allele has been confirmed using a PCR that selectively amplfies a region of the humanized transgene.  Forward primer 5'- AATTCCGTGTTTCCCCCACC-3' with Reverse primer 5'- CCCAAGTCTCCAACATGCCT-3' which amplfies a diagnostic 707 bp fragment.In future, genotyping for the humanised allele can be carried out using the existing gems protocol for C57BL/6J-Sod1<tm1.1(SOD1)Emcf>/H (HU-SOD1-EX3). Genotyping for deletion of loxP flanked duplicated exons can be performed using a gel based assay - Forward primer 5'-tgggccaaaggatgaagaga-3', reverse primer 5'-tcgagccctatagataacttcgt-3' which yeilds a 299bp fragment if the loxP-flanked region has been excised.




Your contact information will be shared with our in-house genotyping team and should they have any queries they will be in contact. Please inform us if you would prefer for your details not to be shared.

For any genotyping related queries please contact our genotyping helpdesk at: fesagenotypinghelpdesk@har.mrc.ac.uk 









Phenotyping Information

	
	Heterozygote
	Homozygote
	Hemizygote

	Phenotype (?)
	
None

	
Unclear

	
None


	Severity
	
Choose an item.

Does severity change with age? If yes, please explain.

Yes ☐   No ☒

Click or tap here to enter text.

	
Choose an item.

Does severity change with age? If yes, please explain.

Yes ☐   No ☒
 
Click or tap here to enter text.

	
Choose an item.

Does severity change with age? If yes, please explain.

Yes ☐   No ☒
 
Click or tap here to enter text.


	Immune-compromised?
	
No

	
No
	
No


















Legal

	
Are you the exclusive owner of this strain?
 
For EMMA Archiving, Mary Lyon Centre at MRC Harwell will provide a draft MTA

	Yes     ☐      No     ☐

	Originator (?)
	
Elizabeth Fisher - work was performed as a service contract with the Fisher / Cunningham Group

	MTA Contact (?)
	
Work is not covered under an MTA since the rights for this model belong to the originating laboratory.



Material

	Available material
	Frozen embryos
	
Number of straws available:  Click or tap here to enter text.

Number of embryos: Click or tap here to enter text.

Cell stage: Click or tap here to enter text.

Zygosity:  Choose an item.


	
	Frozen sperm
	
Number of straws available: Click or tap here to enter text.

Volume of sperm per straw (ul): Click or tap here to enter text.

Zygosity: Heterozygous


	
	Live mice (?)
	
☐  2 males or 15 females – IVF rederivation

☐  3 males – Archiving

☐  15 females and 2 males – Embryo rederivation (Number of mice to be discussed before confirming)

Current age (weeks): Click or tap here to enter text.
Zygosity: Choose an item. 

Does Project Licence have permission to transfer animals to another PPL?

Yes     ☒      No     ☐






Accompanying Documentation

In addition to the information above, please attach and return the documents below:

	
Health Screens
If live mice are available, please provide health screens from the area in which the mice are currently housed to cover for the last 6 months. If frozen material is available, please provide health screens from the area in which donor mice were housed to cover for at least 6 months prior to freezing.

	☐
	
Thawing Protocol
Please provide the relevant thawing protocol if frozen material is available

	☐
	
Associated Publications
Please attach any relevant publications or provide the PMID ID numbers below:

	☐
	PMID:
	Click or tap here to enter text.	
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