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1. Title: “Induction and Staining of Yeast Capsule: A Method to Stimulate and Visualize Capsule Enlargement”
1.1 [bookmark: _Hlk7072377]Start by growing capsule-producing yeast in nutrient-rich YPD [pronunciation: Y-P-D] media at 37 Celsius with continuous shaking until the culture reaches maximum growth in log phase.  
1.2 Collect the yeast by centrifugation and wash the cells with PBS to remove the nutrients present in the growth medium. 
1.3 Then, induce capsule growth by resuspending cells in nutrient-limited minimal essential media and incubating at 37 Celsius with 5% carbon dioxide. 
1.4 [bookmark: _GoBack]These environmental conditions stimulate yeast capsule enlargement. 
1.5 The cells respond to this environment by adding new polysaccharides [pronunciation: polysaccharide] to existing polysaccharide molecules in their capsule, thereby expanding the capsule diameter.  
1.6 Collect the cells by centrifugation and remove most of the supernatant. [pronunciation: supernatant].  
1.7 Finally, stain the cells by plating on a microscope slide and adding India ink.  
1.8 India ink is a negative stain. The dense polysaccharides that compose the yeast capsule will exclude the stain. Thus, the space occupied by the capsule will appear as a clear zone around each cell after staining. 
1.9 In this experiment, we will see this standard method of inducing capsule growth in Cryptococcus neoformans [pronunciation: Cryptococcus neoformans] followed by India ink staining.
2. Title: “Environmentally-induced Capsule Growth in Cryptococcus neoformans and Staining with India Ink” 
