LOA genotype protocol (EMMA No. 1847)

Primers:
LOA-L: 5> AAggAAgTCgATggTCTggA 3’
LOA-R: 5° TggACCTTgAACTTgTCgTg 3°

PCR conditions:
MgCl,: 1.5mM
Primers: 0.5uM (0.5ul)
dNTPs: 0.2mM (2ul)
Taq: 1U/reaction (0.2ul)

Cycles (35)
3 minutes: 94 degrees

1 minute: 94 degrees
1 minute: 55 degrees
1 minute: 72 degrees

10 minutes: 72 degrees

Cutting:

Final volume: 10ul

BSA: 0.1ul/reaction

BSGR-1: 0.15ul/reaction (Cut only when LOA mutation is present)
Temperature: 37 degrees, at least 4 hours

PCR: 3ul

ccgaggtgctctttgatgctgccgacgccaacaccattgaggaggtgaacc
tggcctacgagaatgtcaaggaagtcgatggtctggatgtttccaaagaag
ggacggaggcctgggaggccgcgatgaagagatacgatgagaggatcgacc
gtgtggagacccgcatcaccgcccgcecctccgagatcagctcggcacggcecca
agaatgccaatgagatgt caggattttctccaggttcaatgcactgttcg
tccgcccacacatccgaggggccattcgtgaataccagacccagcectgatcece

aacgtgtgaaagatgacatcgaatctctgcacgacaagttcaaggtccagt
acc

gagatgt caggatttt at LOA



