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1. Title TEXT: “Two-Photon Microscopy: A Method for Detailed Light Imaging”

1.1	With a prepared sample on the microscope, find the area of interest using increasing magnification in brightfield mode.

1.2. [bookmark: _gjdgxs][bookmark: _sgso9ltkwd3l]Next, activate fluorescence mode to confirm your staining protocols were effective and your targets are visible.    

1.3. At this point the microscope should be covered with a large cloth to prevent any outside light from reaching the sample. 

1.4. Now, activate multi-photon mode. This changes the excitation from using one visible photon to two near-infrared [pronunciation] photons.    

1.5. Individually, near-infrared photons are lower energy than visible photons. However, two near-infrared photons can combine to produce an equivalent excitation signal to the one visible photon. 

1.6. In addition, when faced with deeper tissues, near-infrared photons penetrate them more efficiently.

1.7. During microscopy, you can capture still images or take video over an extended period ranging from minutes to hours.

1.8. Finally, you have many options for image processing. These can include adjusting contrast and brightness or zooming and cropping specific regions of the image.

1.9. In the example protocol, we will use two-photon microscopy to analyze chemotaxis [pronunciation] , or the attraction of microglia [pronounced: micro-glia (second, short “I” option)] cells towards biochemical agents, in brain tissue slices.
2. Title TEXT: “Two-photon Imaging of Microglial Chemotaxis in Brain Slices”


