Making haploids from Bioneer h+/h+ diploids:
Shuangding Wu; 5/14/2008 

(Adapted from personal communication with Dr. Matthew O’Connel, MSSM)

· Revive the cells from glycerol stock by streaking on YES/G418 (25 ug/ml, for deletion strains) or YES plate (for wildtype strain)
· Restreak single colony on YES/thiabendazole (TBZ, 20 ug/ml) plates, incubate at 30C for 24 hours
· Scratch a patch of cells from YES/TBZ and restreak on YES plate; incubate at 30C for 2-3 days until the single colonies grow
· Replica-plate on YES/G418, YES/Phloxin B (5 ug/ml), EMM+Ura+Leu plate (without Ade) to select for haploids. Incubate at 30C for 2-4 days
· Check colonies:

· Haploids appear white on YES/Phloxin B plate and do NOT grow on EMM+Ura+Leu plate
· Diploids appear red on YES/Phloxin B plate and grow on EMM+Ura+Leu plate
· Confirmation: Restreak putative haploid colonies from the above YES/G418 plate on a fresh YES/G418 and on a EMM+Ura+Leu plate. Incubate at 30C for 1-2 days. Haploids do not grow on EMM+Ura+Leu plate.
· The haploids are h+. Mate to get h-.
