Materials
Petri dish 9 cm Diameter

Tween 60 (20%)

Sterile plastic tips (1 ml)

Precision pipette

Sterile hood

Incubator with light/dark cycle at 25C 

Sterile water

Plastic spatula 

Carrot agar (20% w/v organic carrots and 1.5% w/v agar) (Klittich and Leslie, 1988)
Autoclave

Sterile centrifuge (Falcon) tubes

Protocol in words
Carrot agar (Klittich and Leslie, 1988) was prepared in 9-cm diameter Petri dishes. A 2 mm cube of agar containing fresh mycelium grown on potato dextrose agar was applied to the centre of each Petri dish. Cultures were grown at 25 C and a 12-h photoperiod for 96 hrs. One ml of aqueous 2.5% Tween 60 was applied to the surface of the culture (Trail and Common, 2000) and spread across the culture with a plastic rod, by gently pressing.  Perithecia shooting ascospores developed 7-10 days after this induction treatment when kept in a high humidity environment at 25 C with the same photoperiod. Spore collection is performed by changing the Petri plate lid, leaving perithecia to shoot for a limited time (for example 12 hrs) in the dark. Sterile water is added to the lid, suspending ascospores by gently moving water on the surface. Ascospores are collected in sterile Falcon tubes, washed and used for further analysis.

