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1. Title Text: “Colorimetric Opsonization Assay: Measuring Receptor-Mediated Phagocytosis”
1.1 To begin, mix red blood cells with IgM or IgG [pronounced: I-G-M and I-G-G] antibodies that will recognize the blood cells in a process called opsonization [pronunciation].  

1.2 To test for phagocytosis [pronunciation] mediated by the complement receptor, incubate the IgM-treated cells with human serum to allow for complement, innate immune proteins, to bind the antibody.

1.3 Add the opsonized [pronunciation for opsonize] red blood cells to the phagocytic cells of interest, such as macrophage cells. 

1.4 Use the IgG-opsonized blood cells to test for Fcγ [pronounced: F-C-gamma] mediated phagocytosis. Fcγ receptors on the phagocyte [pronunciation] surface will bind IgG antibodies and the red blood cell will be engulfed.

1.5 Alternatively, IgM-treated red blood cells, which have been bound by complement proteins, will bind complement receptors and be internalized into the phagocyte.

1.6 Wash away any non-internalized red blood cells. Lyse the phagocytes in the presence of a colorimetric solution that reacts with the hemoglobin of internalized red blood cells.

1.7 We can measure the number of internalized red blood cells using a spectrophotometer.

1.8 [bookmark: _gjdgxs][bookmark: _sgso9ltkwd3l]In the example protocol, we will measure phagocytosis of macrophages in vitro that is initiated by different receptors on the cell surface.
2. Title TEXT: “Protocol: Receptor-mediated Phagocytosis of Red Blood Cells”
