Imaging with Fernando Gonzales

“Cut” slices into 3.5 micron slices (9 per slice, since 40 micron slices thin to 25-30 microns). This way you won’ t miss slices. For publication purpose use 2 micron thickness.

Image at 20x (can just identify colabeling and get a large image at the same time). Fernando uses a striatal stroke, so maybe we don’ t have to go all the way to 20x.

Click on stage, Under “tile scan” select a tile number. For example x: 6 and Y: 6.

Microscope will generate an image of 36 assembled tiles around the center of your original tile.  

By hitting “move to” you bring up a one-tile-sized square that you can move around with your mouse. Always leave thie Tile Scan window open If you accidentally close the Tile Scan window prior to marking your locations you have to redo it.. The x and y coordinates of the square are shown in the stage window, under stage position section, “Current position”. Determine what fixed interval in the x and what fixed interval in the y direction you want to move the stage. For example, pick the distance that gives you 4 to 6 tiles per striatum per hemisphere. 

Go to a random position and hit “mark” in the Tile Scan window. Move the predefined distance(Stage Position, “Current Position”) and hit “mark” again, which will store the second position. Continue for however many positions you want to scan. It is difficult to get the positions exactly right (time-consuming) so if you come anywhere close, you are probably OK.

Then from “Marks” drop down menu select 1st position and hit “Move to” button just underneath the drop-down menu. The tile will automatically move to that position. 

In the Scan Control window hit “Z-settings” button (top of window). Hit fast x/y. Turn fine focus wheel TOWARDS you until image is almost entirely black. Hit “mark first”. Move fine focus wheel AWAY from you until image almost entirely black again. Hit “mark last”.  The “stack size” will be displayed and the “Focus” setting is indicated and will change with every optical slice.  If you want to review the Z-settings and the “Z-settings” button is already pressed hit the “Z-stack” button in the menu bar underneath the top menu bar.

Set the “interval (microns)” to 3.5 or however thick you want your slices to be (2 microns for publication). The software will calculate the number of images per stack. 

Go to mode window and set objective to 20x , under Scan Speed section set “ scan speed” to 7 (or thereabouts)  and in Pixel Depth, Scan Direction & Scan Average section set “number” to 2. Setting number to 4 will give a higher quality picture that takes longer to acquire. 

To start taking your Z-stack hit the “1/1 Start” button on the right vertical menu bar. 

“Save as”  for example: Rat number, group, section # (chronological, not the original but only as you image it or have mounted it), R or L, coordinates of the tile within the tile image e.g. A1 where A is the 1st column and 1 is the 1st row.

In the main LSM 510 menu window hit “3-D view” to generate a projection image of all stacks by hitting the “projection” subbutton.

In the projection menu make sure the settings of the three items offered are “0”, “1” and “18”.  Then go to the “Transparency” submenu and select “Maximal”. Hit apply and you will see the prjection image. 

“Save as”  for example: same as above except coordinates.

To see the volume of your image, hit the “Info” button on the right horizontal menu bar of the projection image.

