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MATERIALS AND METHODS

           The experiment was conducted in the laboratory of the Department of  Animal Science and Animal Nutrition, PRTC Nutrition laboratory of Chittagong Veterinary and Animal Sciences University. The aim of this study was culture of fungi at low cost and extraction of prebiotics.

ORGANISM AND CULTURE
            Locally available single cell fungi was used as inoculums for culturing . Molasses and Urea were used for preparing culture media. Molasses can be used as a raw material for commercial yeast production. Molasses contain about 50% fermentable carbohydrate. For one liter culture media the ingredients are as follows:-

	Ingredients
	Amount

	Molasses
	250gm

	Urea
	1.68 gm

	Distilled water
	Add to 1000 ml


The media was sterilized before inoculation of fungi. The pH of the media was fixed to 5 (if pH lower than 5 add NaOH, if increase add H2SO4),(Bechem E.et al.2007) . The temperature of the media was 30-31°c and the 1% pure yeast culture was inoculated into the media.
Incubation: The media was incubated at 30-35°c for 3days into incubator.

Purity check: Purity and growth of fungi was assessed by microbial examination of culture under light microscope every day.
DISINTEGRATION OF CELL

         250 ml of yeast suspension was transferred to a 500 ml Erlenmeyer flask.  Autolysis was allowed to proceed at 48oC for 24 hours in a rotary shaker at 150 rpm (Champagne et al., 2003) which resulted in the lysis of fungus cell and  disintegration of  cellular components from cell wall for the release of prebiotics (Schulze,1995).
CELL WALL SEPARATION
         The cell walls were separated from intra-cellular components by centrifugation at 5000 xg for 15 minutes.  The centrifuged  pellet was washed with deionized water, vigorously stirred and centrifuged again at 5000 xg for 15 minutes (Champagne et al., 2003).  This resulted in complete separation of cell wall from the cell contents and the heavier cell wall was obtained as a pellet form, containing prebiotics. ( Sutherland, 1979).

ASSESSING THE PREBIOTIC
        The efficiency of prebiotics was tested microbiologically. In that test the autolysed cell mass was sterilized in autoclave . Violet red bile agar (VRB agar) was used as culture media for growth of coliform bacteria. 45gm of agar base was added in 1 litre of distilled water and  was heated until dissolve.The media was kept at 45[image: image2.png]°c



 in wter bath until use. The autolysed cell mass was then added as graded level like 1, 2 & 3 percent of media. One media was kept as controlled(without adding prebiotic). For each category I used three petridishes. Milk was used as inoculum. Same and equal amount of milk (0.1 ml) was inoculated in every petridish. Then the media was incubated at 37°c for 24 hrs. E.coli was produced dark pink colour colonies in VRB agar. Petridishes were divided into many chamber on the basis of number of colony by using marker to facilitate easy counting. Then the colonies were counted by colony counter.
