Confocal

I. Power up


A. Turn on UV (check temp to make sure it wasn't on recently)


B.  Turn on camera


C.  Turn on control box


D.  Turn on computer

II.  Looking at sample


A.  Find disc


B.  Switch to 20


C.  pull out bottom rod


D.  Fast focus



1. get in focus (adjust)



2. get good lighting (may have to change UV power to 50%)


E.  F5 to get bigger pic (Exp 0.5  Bin 2.000)


F.  Then change focal plain



1.  press F4 5x then F5 and check out pic (may do again)



2.  close windows


G.  F14 (dual Scan)



1.  Exp 0.5, #  5,  z step 50,  Bin # 2


H.  Go to IPLAB folder and put files into your own folder


I.  Put files into "channel" folders (i.e. lacZ and ci)


J.  Rename IPLAB files so that they are in sequential order (1809, 1810, 1811, etc)

III.  


A.  Select all pics and open


B.  find best one (ex: 1811)


C.  Ext. -> Power microtome



1. check filter



2. micro parameters (DZ 5.000)



3. select image (1811)




- inc. sig. min.



4.  fool around w/ Removal% and Gain until best pic



5.  click remove Haze


D.  save pic (foc format)


E.  open pic



1. Math -> to Byte as shown



2. File -> Save as




a. Format: PICT




b. file name change (1811.p)


F. close IPLAB


G.  open Adobe 2.5.1

IV. Adobe imaging


A.  open files


B.  Image filter  -> Adjust -> levels



1. put left to zero, right to line, and center move around till best pic


C.  choose one of the pics


D.  select all


E.  Mode -> RGB color



1. Go to channel box and split channels



2. Pic Blue



3.  select all



4.  Edit -> Fill




- foreground color (black)



5.  channel box - merge channels (RGB color; 3 channels)




a. Green (or red) use the other pic


F.  Save as Photoshop pic

