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1. Title TEXT: “Immunostaining without Membrane Permeabilization: Visualizing Cell Surface Proteins” 
1.1. [bookmark: _Hlk7793575]To begin, use a multichannel pipette to remove the media from the sample. 
1.2. Add a fixing solution, such as paraformaldehyde, or PFA. This will fix the sample in a real-life-state at the time of experimentation.
1.3. Replace the PFA with a washing solution, such as PBS. 
1.4. Replace the PBS with a blocking solution to prevent non-specific binding of the primary antibody.
1.5. Remove the blocking solution and add the primary antibody which will bind to a specific part of the target protein, called an epitope. 
1.6. Replace the primary antibody with PBS to remove any unbound antibody.  
1.7. Remove the PBS and add a secondary antibody linked to a fluorophore.  The secondary antibody will bind to the primary antibody.  Cover the plate to avoid photobleaching. 
1.8. Lastly, remove the secondary antibody solution, wash the sample with PBS and keep the plates in the dark. 
1.9. To look at the results of the immunostaining procedure, use fluorescent imaging.  
1.10. In the following example, we will use immunostaining without membrane permeabilization in a high-throughput cell culture assay.
2. Title TEXT: “Immunostaining Rhodopsin on the Cell Surface.” 
