FRAP on the 510s
**note: screen shots are from the NLO510. Will not be able to match all from the screen shot if you are on another microscope. **
1. Set up track/s you are going to use.
2. Get settings for sample.
3. Open Edit Bleach window in order to open Bleach Control Box.
4. In Bleach Parameters click Define Region
5. Select region from Saved ROI Box or Create ROI. Note: You could also draw all the ROIs for the whole imaging session and save as one ROI file. Just check the ROI you wish to use for each scan.
6. If creating new RIO: Click Add to list and give it a name. Also see note above.
7. Bleach Control box settings: Bleach after box checked then enter number of scans [example 4]. Bleach Parameter Box iterations listed [example 100].  Bleach Tracks. Select laser to use and power [example 488 nm laser line at 100%].
8. At start how many iterations and intensity of laser to run needs to be tested out. Click Bleach to test it out. You won't see anything on screen but will see laser light flashing from objective.
9. Take Fast XY or Single image to check bleach region.
10. Adjust if necessary. Play with the iterations and laser power and which laser line[s] to use  to get what you want.
11. Bleach again. If ok you now have conditions, iterations, laser line and laser power set to do actual experiment.
12. Go to new region and draw ROI for "real experiment". Note: You could also draw all the ROIs for the whole session back at step 5 or 6 and save as one ROI file. All you would do now is uncheck the ROIs already used and check the ROI or ROIs you wish to use for the experiment. 
13. Uncheck first region in the Bleach Regions box.
14. After bleach you need to take a number of images of whole field of view so you now open Time Series window.
15. Decide total number of images - pre-bleach + post-bleach. Example 4 images pre-bleach + 10 images post-bleach = 14 images entered in Stop Series Box.
16. How much time between images is the Time Interval Box. In this example it's 3 seconds.
17. To begin imaging use Start B  to start bleach. The Bleach button in this box is the same as the Bleach button in the bleach control box. You would use this one to do a test.
18. Save image.
Additional Information:
1. In saved image when the Gallery Button is active the Data Button appears and when clicked will add the time each was taken to the image window.
2. Also in saved image is the Mean ROI Button which will measure intensity in each region.
3. User normally will want to save ROIs. Save ROIs in Step 6 above. If you reuse the ROI but move it's location and wish to have the same locations you need to resave it.
4. If you wish to put the ROIs onto an image in analysis you either have to do the analysis on the microscope or in Position and Dimension box you need to manually write down the locations so you can re-find them in analysis.
There are screen shots of these set ups to help see how things should look.
