Genotyping for DANIO kif6 sko allele


[image: image1.png]WT

NI
skolios




PRIMER PICKING RESULTS FOR Untitled

No mispriming library specified

Using 2521-based sequence positions

OLIGO            start  len      tm     gc%  any_th  3'_th hairpin seq

LEFT PRIMER       2752   20   60.04   55.00    0.00   0.00   37.38 GCAGGGCGGTAGTTTACTGT

RIGHT PRIMER      3094   20   60.33   55.00   18.40   0.00    0.00 TAGCTGACAGGCCATGGAGA

PRODUCT SIZE: 343, PAIR ANY_TH COMPL: 2.54, PAIR 3'_TH COMPL: 2.54

PRODUCT Tm: 80.2175, PRODUCT Tm - min(OLIGO Tm): 20.1808

Kif6 sko region – primers underlined, mutation RED (C>A)
ATATTATTAAGGAGAAACTCAGAATGTGTGAATATAAAGCCAACTTTACCTCAATAAATGAGTGTACTCATGCTGAAGCATTCTTATTGCAGGAGTACTTTGCGGATTGTGATGAGCAGGGCGGTAGTTTACTGTTTTTGGTTCCCAGAGATGCGGCTGATGGTTTTATCAACAATAAGAGGGAAAACTAC AAATTCAGGTAATGTGTAGAAAAAAAAATAGAGCGAGAGAGAGATAATAAAATATAATGAATATATCTTTAAGCTTGTAATTATTGCATATGGCGTTATTCTTTAGTTATGTATTTGAAATCAAATTTGGATATCCACAACACACAAATAGGTTCTTGTTTCCATTTATTGCACATGTAGTAAAGCATGATTCTGCAAATTAACAAACACTTAATCCATTTAAAATGTTCTCAGTGCAAAATTTGAGTCTCCATGGCCTGTCAGCTATAGTTGGCAAGGCAAATCTCAGATTAACAAGTCTAAATGCCAATGATAGAGACATTTCCTAAACATAAGTGAAGATTTAAGAAGGCAGCACATGTTTACTTTACTCATACAAAAGACATCCCACAACTCATTCATTTTCTTG
Fin clip fish and PCR with standard Taq, I use GoTaq Green:

12.5ul GoTaq MM

4.5ul water

3ul primers (F+R mixed)

5ul Fin Clip DNA

55C annealing temperature

Check on a gel, then clean up and send for sequencing. 

*Reverse primer is better for sequencing in my hands.

