Preparation of Spore Suspension for Northern Corn Leaf Blight (Exserohilum turcicum)
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1. Transfer E. turcicum from its glycerol stock (stored in -80oC freezer, the isolate we always use is in Pathogen BOX A1) on lactose casein agar (LCA) plates. Culture the plates for 2~3 wks under 12hr light / 12 hr dark condition.
2. Autoclave a funnel with 4 layers of cheesecloth, a bottle of ddH2O, a glass rod, and some 1 ml tips (cut the tip end so that the opening is large enough for mycelium and spores).
3. Harvest the spores: Pour some (5~8 ml) sterilized ddH2O in the plates. Dislodge the spores (rub the NLB plate) with a glass rod. Pipet or pour spore suspension through the funnel (with cheesecloth). 
4. Use hemacytometer to quantify the concentration of spores. Adjust the concentration to 4*103 spores/ml. Add some Tween 20 in spore suspension, and make the final concentration to be 0.02% Tween 20 (2ul of Tween 20 per 10 ml).

5. Worl inoculation: for each plant, apply 0.5 ml spore suspension in the whorl. Mist for overnight. (GH5A: sprinkle for 2 sec per 15 min in the summer, but 2 sec per 10 min in the winter)

