Protocol for using the Nikon Eclipse 50i Epifluorescence microscope to view GFP

 – written by Kim Bowen instructed and modified by P. Erickson 2.17.10
To use the regular scope to find object of interest:

1.) Turn on Power Button that is on the left hand side of the microscope.
2.) Adjust intensity of light by the dial on the right hand side of the microscope.
3.) Match phases – Match phase on bottom dial with the phase that is on the objectives.
4.) Turn the upper rotational filter dial to the 4, 5, or 6 position.
To use the filters for viewing GFP:

1.) Focus on the object of interest under white light first.  

2.) Turn on both light sources on the two machines (Xcite and ExFo) on the left hand side of the microscope.
3.) The shutter (below the filter dial) needs to be in the O (open) position.

4.) Turn the upper rotational filter knob to 2 position (images will now appear green).

5.) Turn the lower phase dial to filter to the C (closed) position to block the white light coming up from the bottom of the microscope.
6.) There should be a blue light shining down onto your slide when you are not looking through the orange filter guard.
7.) The three filters in the back left side of the microscope (ND4, 8 and 16) are the different options for adjusting intensity and altering signal to background.
When done with looking at the object of interest:

1.) Turn off all of the power sources

2.) Put the cover back on the microscope 

Using the camera software:

1. Turn on the computer

2. Click the AdvanceEco Icon

3. Press Capture to take Picture of specimen 

UV filter (UV-2E/C) in position 1 gives blue images for viewing DAPI, FastBlue, AMC and lipofuscin (we hope!).  Excitation 360 nm and emission 435-485 nm.   

Blue filter (B2 E/C) in dial position 2 gives green images for viewing GFP, fluorescein isothiocyanate (FITC), acridine orange, Alexa fluor, rsGFP, FAM, SYTOX Green.  Excitation 465-495 nm and emission 515-555 nm.

Green filter (G2E/C) in dial position 3 gives red images for viewing acridine red, calcium orange, ethidium bromide, Texas Red, TRITC.  Excitation 528-533 nm and emission 590-650 nm.

