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1. Overview Title TEXT: “Enzymatic Removal of the Plant Cell Wall: A Method of Protoplast Preparation”
1.1. [bookmark: _GoBack]Start by transferring the plant material into a tube with freshly prepared enzyme solution. 
1.2. Apply vacuum to lower the pressure in the tube. This forces air out of the intracellular spaces and allows liquid to infiltrate in its place.  
1.3. Then incubate the cells with gentle agitation while the enzymes digest the cell wall and release the protoplasts [pronunciation of protoplast].  
1.4. Protoplasts are spherical while cells with undigested cell walls have irregular or oval shapes.
1.5.  As protoplasts are released, the solution turns yellow green in color. 
1.6. To stop the digestion, add W5 [pronounced W-five], a high salt buffer. 
1.7. Filter the mix through a nylon mesh to remove the undigested plant tissue.
1.8. Then, pellet the protoplasts by centrifugation. Carefully remove the supernatant and resuspend the pellet in chilled W5.
1.9. To calculate protoplast concentration, count the number of cells on a hemocytometer. 
1.10. In the example protocol, we will isolate protoplasts from young, unifoliate [pronunciation] leaves of soybean seedlings. 
2. Protocol Title TEXT: “Protoplast Isolation from Soybean Leaves”

