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Gene: Antxr2

Colony prefix: DANU

Allele: Antxr2 emHIMPC)Wisi

Allele type: Crispr/Cas9 mediated Point mutation

Allele information: g.97907751T>c

Further information about the allele can be found on the ‘International Mouse Phenotyping Consortium’
(IMPC) web site at_ http://www.mousephenotype.ora/
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Mouse QC information

Loss of WT Allele na Mutation Sequence pass
(LOA) qPCR confirmed

Mutant Specific SR- na Off-target analysis na
PCR complete

Guide RNAs and mutant oligos used in initial experiment

Sequence Chr | Chr Start Chr End
ACTTACAGGAAGTCTGTGATTGG 5 97907732 97907754

TTTCTAGTGCTGCTCTGGGAACAAACAGTGAGCCCTCA
CTGTCGCGGCGTTAACCTTGCCAGTCACAGACTTCCTG
TAAGTGCACTGCAGTTACTTGGAACCTTTTATGGCTTG
GCGTTGGCG

5 97907690 97907812

This technical data sheet and information ("Datasheet") is supplied by Genome Research Limited ("GRL").

Although reasonable care is taken in the preparation of this Datasheet, GRL gives no warranties express or implied for any use of
the Datasheet or for the accuracy of the Datasheet. GRL assumes no responsibility or liability for any decisions based upon the
Datasheet. Without limiting the foregoing the Datasheet was prepared for mice supplied directly from GRL and where copies of this
Datasheet are available from third party repositories or distribution centres ("Third Parties") GRL shall not be liable for any
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Mutant allele sequence:

CACAGATGGTACTAATGCATAAATGTAATCTAGCAAAAGAACGCCAACGCCAAGCCATAAAAGGTTCCAAGTAACTGCAGTGCA
CTTACAGGAAGTCTGTGA[T/c]TGGCAAGGTTAACGCCGCGACAGTGAGGGCTCACTGTTTGTTCCCAGAGCAGCACTAGAAAGT
CTCAAGGAGATGAGCATATCTCATGTATGTGCCACAAG

Genotyping by end-point PCR

PCRs primer pairs and expected size bands

Assay Type Assay Forward Primer Reverse Primer Expected Size Band (bp)

Standard PCR  |Screening* Antxr2_PM_WT_F Antxr2_PM_WT_R 328

*The screening PCR flanks the SNP region and can be used for sequence verification of the allele. The PCR
will not distinguish wild type from mutant mice, however, as a product will be amplified in all cases.

We recommend that mice are sequence-verified with the screening primers to confirm the genotyping
gPCR results when establishing the colony, in case of any cross-talk between the assays.

Primer sequences

Primer Name Primer Sequence (5' > 3')
Antxr2_PM_WT_F CAGTCATTTGGACAGGGCTA
Antxr2_PM_WT_R CTGAGGCAGGAGGAATGTGT
Reaction setup

Reagent ul

DNA (~50-100 ng) 1

10x Buffer 2

MgCl2 (50 mM) 0.6
Platinum Tag (Invitrogen) 0.2
dNTPs (100 mM) 0.2
Primer 1 (10 uM) 0.4
Primer 2 (10 uM) 0.4
ddH20 15.2

Total 20
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Amplification conditions

Step Conditions Time
1 94°C 5 min
2 94°C 30 sec
3 58°C 30 sec
4 72°C 1:30 sec
5 Go to '2' + 34 cycles -
6 72°C 5 min
7 12°C Forever

Genotyping by SNP qPCR

Primers for LoA qPCR assay

Gene Source Forward Primer Seq. Reverse Primer Seq. Probe Primer Seq.
Antxr2 Life AACTGCAGTGCACTTACA TCACTGTCGCGGCGTTA [VICJACCTTGCCAATCACAG
Technologies GGAA [FAM]ACCTTGCCAGTCACAG

Reactions are performed in a 10ul volume using an Applied Biosystems 7900HT Fast Real-Time PCR System or
Applied Biosystems Viia7 with DNA prepared using the Sample-to-SNP™ kit (Applied Biosystems) from mouse ear
biopsies. GTXpress™ buffer is also used (Applied Biosystems).

Reagent ul

2x GTXpressTM buffer 5
40x target assay 0.25
ddH20 3.75

DNA 1

Amplification conditions

Step Conditions Time
Pre-read 60°C 30 sec
1 95°C 20 sec
2 95°C 10 sec
3 60°C 30 sec

4 Goto'2'+34 -
Post-read 60°C 30 sec
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Links to information and frequently asked questions

MGP mouse phenotype data:
http://www.mousephenotype.org

How the "critical" exon is decided:
http://www.i-dcc.org/kb/entry/102/
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