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[fndce5b"*?33* (CZRC catalog ID: CZ460)

Nature of the mutation
Between 169 bp to 176 bp of the wild-type fidc5b coding sequence, GTCATTGG is
deleted in exon 2.

Sense Strand Sequence

atttgtgtttgctgtatggaattaaatcatattccaaagtgcetgtgtgttgtgttcaacatcagecattagtttatacatttcattttccagacgetc
atattttcaaatgtccagacatattcttcagtatgaatattgacctataaagcgacagagatcttactgtatgtcacaccagtagcttttatccct
tcatatcttttttccgtettectgtcatcctcagACAGTTTATCAGCTCCGCTCAATGTGACCATCAAAGCACTGGAGGGGA
ACTCAGCGATTGTGACATGGGACATTCTGGAGGGAGACCCAGTCATTIGGGTTTGCCATCACCCAGCAGgtat

aaaatcattttatggtcaattttttgtgtaaaacatgggaaaatcgectcataactcaagtgaaatgaggegatatgacggaggaatgcttgt

gtaagcatgttagttatgtgtcgatgcagactggtttgcttttgata

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

ateg : Crispr/cas9 target site

Genotyping assay

Primers:
fndc5b_forward: 5° ATTTGTGTTTGCTGTATGGA 3’
fndc5b_reverse: 5> TATCAAAAGCAAACCAGTCT 3’

PCR program:
95°C S5min
95°C 30 sec
58°C 30 sec }30 Cycles
72°C 30 sec
72°C 8min
4°C hold
Product size: 488 bp
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The sequencing results of the CZ460:

WT CTCCGCTCAATGTGACCATC Ak AGC ACTHFAGHHAMC TCAGCGAT TGTRAC AT HHGAC A
CZ460 CTCCGCTCAATGT GACC ATC AR AGT ACTHAGHH AN TCAGCGAT TGTGAC AT GHGAC A

0 B o o b b R R R ok
WT TTCTHFAGGFAGAC CCRGTCAT TGEETTT I CATCACCCAGC Mzt at asaat catttta
CZ460 TTCTHFAGFHAGACCC A ———————} FTTTGCCATCACCCAGC Aszt ataaaatcatttta

R s F b E RS oo bR oo R R R R R Ok
WT tggtoaatttittstztasaacatzggaaasatogectocataactcaagt zaaat gageeg
CZ4B0 tzgtocaattitttztztaasacat zgzaaaategoctecatasctcaagt panat gagees

0 b o b bbbk ookl kol ok
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