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When used appropri,ately, a conk>cal flt.lO(escl!nee microscope is an e)(cellent lool for making quantitative 
measurements in cells and tissues. The confocal microscope's ability to block out-of.focus light and thereby 
perform optìcal sedioning throogh a spe6men allows the rescarchcr lo quantlfy fluorescence with very high precision. However, generating meaningful data using confocal microscopy requires careful planning and 
a thorough understanding ol the technique, Here, wc guide the researcher through all aspects of acquiring 

quantitative confocal microscopy images, induding oplimizingsample preparation for fixed and live cells. 
choosing the most suitable microscope lor a given application, and configuring the microscope parameters. 
Common pitfalls such as photobleaching and crosstalk are addressed, as well as several troubling instrumentation 
problems that may prevent the acquisilion o l  quantitati\fe data. The accompanying Nature Protocofs paper includes 
guidellnes lor analyzing and presenting conlocal images 3nd perlorming statistica! analysis 
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