Solid Inoculum for Northern Corn Leaf Blight (Exserohilum turcicum)
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Preparation of medium
Sorghum

1. Put 800 ml sorghum grains (untreated sorghum can be asked from Kay Porter [kay.porter@pioneer.com] at Pioneer)

2. Add 530 ml distilled H2O in the jug. 

3. Cover the jug with a silicon plug, then soak the grains for overnight.

4. Before autoclaving, shake the jug until grains evenly coated with water. 

     *** While shaking, DO NOT spill the grains up to the plug.

5. Autoclave for 25 min.
6. Move the jug out, shake it.

7. Autoclave for another 25 min.

8. After the jug cools down, shake it again so that the grains won’t aggregate together.

Barley
1. Put 550 ml pearl barley grains (organic, can be bought from Green Star) in a clean milk jug.

2. Add 360 ml distilled H2O in the jug. 

3. Cover the jug with a silicon plug, then soak the grains for overnight.

4. Before autoclaving, shake the jug until grains evenly coated with water. 

     *** While shaking, DO NOT spill the grains up to the plug.

5. Autoclave for 25 min.
6. Move the jug out, shake it.

7. Autoclave for another 25 min.

8. After the jug cools down, shake it again so that the grains won’t aggregate together.

Culturing

1. Transfer E. turcicum from its glycerol stock (stored in -80oC freezer) on lactose casein agar (LCA) plates. Culture the plates for 2~3 wks under 12hr light / 12 hr dark condition.
2. Autoclave 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). 

2. Pour some (7~8 ml) sterilized ddH2O in the plates. Use the glass rod to dislodge the spores from NLB plates. Pipet ~1ml spore suspension from the plate, then transfer into one autoclaved jug. Generally the suspension from one plate can be used for 5 jugs. 

3. Shake the jug.

4. Culture under 12hr light / 12 hr dark at room temperature.

5. Shake the jug every day (for barley) or every other day (for sorghum) until inoculation. (Shaking breaks down the aggregates of myclium and grains, and facilitates fungal colonization. As a result, the grains are evenly coated with black mycelium and spores.)
