Genotyping protocol for B6.129 P2-Tacrl<tm1Sph>/H (also known as NK1) —
(Q545) FESA code DDG.

Taken from the EMMA submission form.

PCR primers —

NK1 forward - CTGTGGACTCTGATCTCTTCC
NK1 Reverse - ACAGCTGTCATGGAGTAGATAC
NeoF cassette - GCAGCGATCGCCTTCTATC

PCR conditions —

1. 94 degrees 5 min.
2. 58 degrees 1 min.
3. 72 degrees 1 min.
. 94 degrees 1 min.
. Cycle 35x to 2.

. 58 degrees 1 min.
. 72 degrees 7 min.
. 4 degrees hold.
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PCR product sizes.
350bp (NK1+/+) and 260bp (NK1-/-)

Targeting construct for NK1 receptor (NK1 or TACRL1) is derived from 129/Sv DNA. A
reporter/selection cassette (IRES-Gal-MC1-Neo) was inserted into exon 1 of the targeted
allele, rendering the mRNA out-of-frame and thus no functional NK1 receptor can be
produced.
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Exon 1

GCCACCTTGTCGCCCCCTCGCGGAGTGCTGGATTCGTCCGGCCTGCAGAACGCCCACAGC
AGGTCACGAGCAGCAGAAGGCGTGGTGGCTGCGGTGGTGGAGCGACACAGCTGCCAACAA
CTGGCGCAGCTGCTGCGCTGTGCTTCGGGACCAGCGAGTAGACAGTCCAGGTACAGCCCC
TTCCCCGTGACGTCTCTGCAGCGGGTTATAAAAGCCTAGTAGTGCTCACCCTGCCAAGGC
TCTGCTAACTCCTGAGCACAGAAGGACCAAGACCTGGAAGCTGCGGGTGGCAGTAGAGGC
TCTAAGTGAAGCAACGGAAAAAAGGAGCTCACCAGTTGGATGCGGACCTCAGAAGCCGGC
CAGAGGACCAGAACTTTTACTAGCTGCGCTGCAAGCAGCCCTTCTTCCCCATCAAGCTCC
CACCCAGCACCCAGCTTTGCCTTTCCTGCTGCACGCATGTTAACGGGAGTTGCTAGTAGC
AGCAGGTGCCAAAAGGCGGGTTGTCTTGCCTTTTGGAACCGTGTGGAGTGCAGCTGCTTC
AATGCAAACAAGAGCCTAGCATGAAAGTGGAGGAAT TTGGAGAGACCAGGCAAAGAGCTA
TACAGAAGCATTGCTCTTGTGGACAAGTCTCCTGCTAACCAGGACTAAGTTCTGCCCAGG
AAACTTCCCACCTCCTGAGTAGCAGGACTCAAGCCTCAGGCATCTGCGACAAGGTCCTAC
AGCAAGGAGGTGTGTGCGTGTGTGTGTACACTTCTGTGTGTACTTGTGAGTACCTGTAGA
CGCCAGGGCTTTGCTGCCTTGCCGCAAAATGGATAACGTCCT TC NGO
BE88 CCc2ACACCTCCACCAACACTTCTGAGTCTAACCAGTTTGTGCAACCTACCTGGCA
AATTGTCCTTTGGGCAGCCGCCTATACGGTCATCGTGGTGACTTCCGTGGTGGGCAACGT
AGTGGTGATATGGATCATTTTGGCCCACAAGAGAATGAGGACAGTGACCAATTATTTCCT
GGTGAACCTGGCCTTCGCTCMBBBOMGCATGGCTGCATTCAATACAGTGGTGAACTTCAC
CTACGCAGTCCACAACGTGTGGTACTACGGCCTCTTTTACTGCAAGTTTCACAACTTCTT

CCCCATTGCTGCTCTCTTCGCCA BN OREOREOIIEH -G CCTTTGACAG
RXK is Stul site

Wt 360bp

Mut 260bp (not shown).



