Isolation of Water Molds from Water and Soil





Preparation of baits:





Representatives of the Saprolegniaceae are easily collected by baiting gross cultures of water and soil with halves of hemp seed (Cannabis sativa) and small squares of cast off snake skin.  Hemp seed are prepared by boiling whole seeds for about one minute in distilled water; drain the seeds, place on a sheet of filter paper and cut into halves across the narrow diameter of the seed with a scalpel.  Transfer the seeds to a glass Petri dish lined with filter paper and autoclave for 15 min.  Snake skin is prepared by cutting 1 cm square pieces from the dorsal surface of a cast, dried skin.  The squares are then added to boiling, distilled water and steeped for about 1 min.  The skins can either be used while wet and pliable, or allowed to dry and harden so that they can be floated on the surface of the water culture.





Soil:





Soil may be collected from any area except lawns and other grassy sites that tend to yield only the pythiaceous fungi.  The most productive sites are soils from rural, roadside ditches that are intermittently dry.  In many cases, even dry soils from such habitat are very productive.  Moist soils from wooded areas, the edges of ponds, streams and lakes can also be used.  Sandy soils are less suitable than rich loam soils.  Soils from beneath moss mats, around roots of plants and under forest litter all harbor water molds.  





Samples are collected and brought to the laboratory.  The equivalent of one tablespoon of soils is adequate.  The soils should be kept cool during transport.  Normally the samples should be used within hours of collection, but they can be kept for up to 4 weeks under proper conditions without any noticeable reduction in yield.  In the laboratory, put one tablespoon of soil into a deep Petri dish and add enough sterilized distilled or deionized water to fill the dish about 2/3 full.  Thoroughly mix the soil and water in the dish.  After the particulate matter has settled, submerge one or two sterile hemp seed halves so that the cut surface is in contact with the soil.  Two additional seed halves are floated on the water with their cut side down.  Add one square of submerged snake skin and float one square of dried snake skin to each culture.





Water:





Almost any type of water sample will yield water molds, but large lakes, fast-flowing streams and rivers have the poorest yield.  I have found that the local scummy-looking ponds are reliable sources of water molds.  Collect the water samples in small, sterile, screw-capped bottles.  The water should be kept cool and baited within several hours of collection.  If you are not able to get back to the laboratory within this amount of time, it is useful to add the hemp seed and snake skin baits directly to the water samples.  This is important because many of the water molds have short-lived zoospores.  Back in the laboratory, place 25-30 ml of the water sample in a deep Petri dish and add 10 ml of sterilized distilled water.  Each culture is baited with hemp seed and snake skin as described for soil samples.





Examination of Gross Cultures:





Let the soil and water cultures set at room temperature for 10-12 days.  Examine the hemp seed and snake skin baits directly from the gross cultures using a dissecting microscope.   Many of the water molds will produce coarse, white hyphae directly off the baits.   If there is any sign of water molds on the baits, remove the bait to a small Petri dish with sterile distilled water.  In order to get the water molds into culture, remove several of the hyphae and run them through serial washings in sterile distilled water before plating them out on corn meal agar or YpSs agar.  Bacterial contamination will be a big problem, and it is usually necessary to use some type of antibiotic in the medium.  Alternatively, it is possible to insert a van Tieghem ring into a plate of agar, inoculate the fungus inside the ring, and force it to grow down into the agar under the ring, thereby leaving the bacteria behind.  
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