
Strain ID
Strain Name

Mutated Gene
Linkage Group
GenBank Accession No. for
cDNA
Nucleotide Change (WT > MT)

Location of mutated nucleotide
in wild-typegenomic sequence

Forward primer sequence (5'-3')
Reverse primer sequence (5'-3')

WT　 291
MT 272

PCR Reaction Conditions

Thermocycler Program

Restriction enzyme(s)
WT　 161, 71, 59
MT 201, 71

Restriction digestion product
sizes (bp)

MT1104
gsdf(del19)

gsdf (gonadal soma derived factor)

MboⅢ

PCR Product Size (bp)

LG12

AB525390

atgcttcTTGGCTCTTCAA > del

TGTCTTTGGCACTCATTGTCTTGTTAATGCTTCTT
GGCTCTTCAATGGTTA>TGTCTTTGGCACTCATTG
TCTTGTTA-------------------TGGTTA

PCR Mixture:
10X Buffer 2.0uL
dNTP (2.5 mM of each dNTP) 1.6 uL
Forward Primer 0.1uL
Reverse Primer 0.1uL
Ex Taq polymerase (5 units/uL) 0.1 uL
H2O 15.1uL
Genomic DNA (50 ng/uL) 1.0 uL
Total 20.0uL

Initial Denaturing 95ºC 1 minute
Denaturing 96ºC 20 seconds
Annealing 55ºC 20 seconds
Extension 72ºC 20 seconds
PCR cycles 30 cycles
Final extension 72ºC 1 minute

TAC CAA GCG CAG CAT CAG TCTC
ACA AGG CAA GTG AGA TCA TCA CAA TC
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