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1. Overview Title TEXT: Polyethylene Glycol (PEG)-Mediated Transformation:  A Method for Transient Gene Expression in Protoplasts
1.1. [bookmark: _gjdgxs]Start with a protoplast [pronunciation: protoplast] preparation.  These are plant cells with the cell wall removed.
1.2.  Add plasmid DNA along with polyethylene [pronunciation: polyethylene] glycol [pronunciation: glycol], or PEG [pronounced: peg].
1.3. [bookmark: _sgso9ltkwd3l]Place the reaction at room temperature to allow the PEG to promote DNA uptake into the protoplasts.  
1.4. To stop the reaction, add the salt solution, W5 [pronunciation: W five], to neutralize the PEG.
1.5.  Centrifuge the tube in order to pellet the transformed cells.  Then, remove the aqueous layer containing the untransformed DNA and PEG.
1.6.  Resuspend the protoplasts in WI [pronunciation: W I] solution.  
1.7. [bookmark: _GoBack] Plate the transformed cells in a culture plate whose surface has been blocked by calf serum to prevent the cells from sticking to the surface.
1.8. In the example protocol, we will transform soybean protoplasts with the legume-specific E1 [pronunciation:  E one] gene fused to GFP [pronunciation:  G F P].
2. Protocol Title TEXT: PEG-Mediated Protoplast Transformation

