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Virtual Slice 
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1 Setup Hardware 
1. Turn on hardware. 

2. Mount sample. 

3. Set up Kohler Illumination. 

4. Logon to WCIF VLAN. 

5. Start Stereo Investigator software. 

2 Setup camera and correction 
1. Switch on live image (the menu command Imaging/Live Image). 

2. Move desired objective in to place and tell the software which objective is in place. 

3. Use Joystick to locate an area of the sample of interest. 

4. Open the Camera Control dialog via the toolbar button:  

 

 
5. Set exposure as desired, and then click ‘White balance’. 

6. Use joystick to locate a blank area. 

7. Select the menu command ‘Imaging/Acquire’. 

8. Select the menu command ‘Imaging/Set background from image’ then click ‘Yes’ in 
the subsequent dialog. 

NB. You will need to repeat these steps if you chan ge objectives or lamp intensity. 

3 Outline area to be imaged,  
1. Switch to 5x objective and tell the software that this has been done 

2. Use the joystick to locate a characteristic feature and click on the feature to add 
a reference point. 

3. Click the poly-line ‘contour’ around the area of interest – this can be very 
rough. 

4. Once finished close the ‘contour’ by right-clicking and selecting ‘Close 
contour’. 



 

4 Initiate Virtual Slice 
1. Change back to objective required (use 10× or 5×). Focus and tell software which 
objective has been chosen. 

2. Select the menu item ‘Imaging/Acquire Virtual 
Slice’. And start with the values seen here: 

 
3. Click inside the yellow contour and the software 
will calculate the number of images required to cover 
the entire area. 

4. Shift-left-click on the corner rectangles. 

5. Right-click inside the contour and select ‘Focus at 
each site’. 

 
6. Then the system will take you to each of the ‘shift-clicked’ areas 
and ask you to check the focus. Once you have done this for each site, 
it will calculate the focus correction across the sample. 

7. Right-click inside the contour and select ‘Start Virtual Slice Scan 
with Prefocus’. 

8. Once completed the ‘Macro View’ 
window will open showing the 
acquired, stitched image. This image 
can look odd due to the software’s 
interpolation algorithm – don’t panic 
yet! 

 

 

 



 

 

5 Save image 
Save image with the menu command ‘File/Image Save As’ 

Select JPEG with a compression value of about 
70 – it can be a big image. 

Clear the image from the system via the Image 
Organizer (‘Imaging/Image Organizer’). 

Select the ‘Discard Checked Images’ button. 

  

 

 

 

 

 

 

 

 

 

6 Open Image 
These images can be very large when opened, even if small on the disk. This example is 
5.2Mb on the disk but requires over 300Mb of RAM! (Scale bar 0.5 mm). 

  



 

 
H&E stained mouse brain section. 

 

 

  
Field of Macrophages labelled with rhodamine-phallo idin.



 

Quick Reference  
Virtual Slice 

1. Start System 
a. Camera. 
b. Stage. 
c. Microscope (set up Kohler Illumination). 
d. PC. 
e. Software. 

2. Set up camera 
a. Chose objective and find section edge. 
b. Set exposure and white balance. 
c. Find, acquire and set background.  

3. Outline Area of interest 
a. Set reference point. 
b. Outline area. 
c. Close contour.  

4. Configure Virtual Slice 
a. Menu Command “ Image/Acquire Virtual Slice ”. 
b. Set “ Focus ” areas. 
c. Initiate acquisition (right-click menu). 

5. Save as JPEG 
a. Menu Command “ File/Image  Save As”  

6. Clear image from memory 
a. “ Imaging/Image Organizer ” 

7. Shutdown 
a. Remove sample and clean objective 
b. Move to a low power objective 
c. Turn off arc-lamp 
d. Exit software 
e. Remove data 
f. Power down system 

 


