Confocal Tutorial

1. Follow instructions for turning on components

2. Sign on as “nelson” password, “funfun” – enter into Fluoview program

3. Put on 60X oil objective, add drop of oil directly to objective, match the objective to fluoview setting on the screen (60X)

4. Flip down the light source

5. Turn dial (on right of scope) to eye symbol

6. Put the slide on the stage

7. Bring objective up to the slide – start over if introduction of bubble

8. Light on by pushing button on front left of scope and by pulling out shutter on top of scope – lamp housing

9. Focus on cells and then clip into place

10. Turn fluorescent light on – turn off brightfield = light button off, close shutter at top of scope, turn cube on right of scope until blue light emission from the scope (MF filter)

11. Focus until on cell for picture capturing

12. Move laser intensity if needed (20 for weak signal, 6 for strong signal)

13. To take a picture – Move filter cube back to brightfield setting, move eye symbol on dial to SP, close shutter at top of scope

14. On Fluoview program – hit “focus” at top of screen

15. On FITC channel - Turn up the gain all the way, turn down the PMT most of the way

16. On RGB bar at bottom of screen, click HighLow button and then increase the PMT button until the screen shows gray with red dots bleeding through

17. Change the RGB image back to Green

18. Focus on the object – might need to zoom in/out or move around

19. Move PMT until looks good

20. Scan to take the picture

21. Save by right clicking on the image – save to “other” – “nelson” – make new folder with “N.Robinson” and save to that

22. To take slice picture (for 3-D recreation and movies) – click on the sidebar “Zstage” (previously on “Scan”),  hit XYZ (previously on XY)

23. Set the limits by increasing with arrows, hit “set” and then decreasing, hit “set”  to the upper and lower limits of the cell

24. Set the step size (use b/n 0.5 – 0.8um steps)

25. Hit “XYZ” button

26. When finished, hit “Series done”

27. Save slices picture

28. Hit “Locked” checkmark twice to unlock the fine focus on the microscope

29. Play when finished or recreate 3-D by clicking at the top folded bar on “Tile” to advance to the right – click until “Visualize” – use Live vs. 3-D

30. To save to network – on desktop – go to Entire Network – bsd-dean – files – type “bsd-dean\ncampbel” password “*******” – dnelsonlab – n.robinson

