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Nature of the mutation

In 704 bp of the wild-type trpv1 coding sequence, C, is mutated into GAG in exon 5.
The mutated trpv1 codes for a truncated protein containing 252 aa, of which 813 aa
are identical to wildtype trpv1.

Sense Strand Sequence

gacgacttccactactgagaaaccaggaaatgtgaaaagggtttattgctctcaatgattgtgactcatcactgttgatacttaa
gcttaccttttgtccacagGTGAGCTGCCCTTGTCACTGGCTGCTTGCACTAATCA
GCAAGACATTGTGGACTTTCTTATGGAAAACCCTCACCAGGCGGTGGA
TGTCAGGGAGAGGGACTGTCATGGAAACACCGTGCTTCACGCTTTAG
TATCCGTAGCTGATAATAGCCCTGAAAACACAGAGTTCGTCATCGCCAT
GTATGACCACATCCTAATCAAAGCTGACCAACTTCACCCCAAGACCAA
GTTGGAGGAAATTGAAAATAATGAGGGACTGACCCCAATCACACTCGC
TGCCAAAAAGGGAAAACTAGGGgtaactattttttctgatgttttctgaattttaaatgttttagaatatga
aagctatggtttgcaaatcagtttatttgaagaagtgactcatttgaagtagtctgcatgctttacgttctgtattttgtttttggatgt
tcccttttttgtagagatgagtagtcc

Uppercase: Exon/coding sequence
Lowercase: intron/noncoding sequence
atcg : Forward/Reverse primer

ateg : Crispr-Cas9 target site

Genotyping assay

Primers:
trpvl_forward: 5 GACGACTTCCACTACTGAGA 3’
trpvl_reverse: 5 GGACTACTCATCTCTACAAA 3

PCR program:
95°C 5min
95°C 30sec
60°C 30 sec } 30 Cycles
72°C 30 sec
72°C 8min
4°C hold
Product size: 570 bp
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The sequencing results of the CZ269(+/-):
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CLUSTAL format alizoment by MAFFT FFT-HS-i1 (7. 215)
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Reference:
None

GTGAGC TG CCT TGTCAC TG TGCT TR ACT AATCAGC AMGACATTGTGEACTTTCTT A
GTEAGC TG CCT TGTCACT G TR T TR ACT AATCAGC ARGAC AT T GTGEACTTTCTT A
R R R R R S s

TGEAAAMCCCTCACC MGG~ CEGT AT GT CAGEGAGAGGAC T GCTC AT GEARAC ACCGT
TGHEAAMACCCTCACC AGGEMGGETGEATET C A GATAGGEEACT GTC AT A A AC ACCET
ool oo

GUTTCACGCTTTAGT ATCOGTAGCTGAT AAT AGCCCTGAAMAC AC AGAGTTCGTCATCGE
GUTTCACGCTTTAGT ATCCGT AGCTGAT AAT AGCCCTAMMACAC MFAGT TCGTCATCGE
R R R R R S s

CATGTATGACCACATCCTARTC
CATGTATGACCACATCCTANTC
st



