Lecture No.5
Isolation from diseased plants:

the most common method however for isolating pathogens from infected plant parts involve:

1- cutting several small sections 5 to 10 mm square from the margin of the infected lesion to contain both diseased and healthy – looking tissue.

2-  These are placed in one of the surface disinfectant solution  (3.5% sodium hypochlorite) for 1 min. this may be diluted , in which case the material must be immersed for a longer time. making sure that the surface do get wet,

3-  It is then washed three times in sterilized distilled water. Use three beakers and transfer the material with forceps. It can be dried on clean tissue- paper and then plated on nutrient medium, usually three to five per dish for 7 days.

4- After incubation examine the plate by removing the lid and placing the plate on the microscope stage using low power (10x). Describe the colony morphology of your unknown isolate:

a. Texture (obverse side):  leathery, velvety, suede-like, powdery, granular, cottony, wooly

b. Topography: look at the edges and the reverse side of the colony.  For instance, is the colony entire, rugated, wrinkled?

c.  Pigmentation:  Note the production of pigment both on the surface (obverse) and the back  (reverse) of the colony.  Note if pigment is diffusible or associated only with the fungal colony.  

d.  Growth rate:  the comparative growth rate is important in  speciation.

2- Direct study:

specimens that are studied directly include mushrooms and the larger fungi, which represent the final stage in the reproductive cycle. Fungi such as rusts, smuts, mildews and other obligate parasites that can not be cultured, are also studied in this way. A microscopic preparation can be made directly from the material, using stains or a lactophenol mountant, to examine the microscopic morphology of the specimens. Some hard or dry specimens may have to be rehydrated before examination. This can be achieved by soaking them in 5% potassium hydroxide (KOH).                  

