How to separate IHC images using color deconvolution in FlJI Image)

Step 1. Download the free "Fiji" version of Image)
from http://fiji.sc. All subsequent steps are performed in Fiji

Step 2. Open a DAB image. If it is a stack image, then step 3
otherwise jump to step 4.

o iy [ ereng o R e e | [ (Fij s Just) Image! [o]E

ome | SenasRecawe  Foider  View  Adobe POF File Edil Image Process Anahze Plugins Window Help |
R — e ——————— — e OB |04 N Ala] 0] 2 s o2 ]a] | |F— =
FE EIFE) step 8 after cropping and g layers then image jpg - Paint = - =
= —— —— X=T70, y=438, 2=0, value=179 | — -
o =

File.
=

v et thig is_a.i:d'lor;e'{tack image -

=
™

Step 3. run Image—color---stack to RGB image

Step 4. run Image > Color > Colour Deconvolution.


https://www.researchgate.net/deref/http:/fiji.sc
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Step 6. Click OK in the Colour Deconvolution window, you will get
three new images. The one with "Colour_2" in the title is the DAB
image (Colour_1 is the hematoxylin image), you will quantify the
Colour_2 image.

One way to measure: 6. Run Analyze > Set Measurements and
select "Mean gray value" and "Display label".

7. Select the Colour_2 image window.

8. Run Analyze > Measure (or press Ctrl-m); a "Results" window
will pop up with the quantification in units of intensity.

9. You need to convert the intensity numbers in the Results
window to Opitcal Density (OD) numbers with the following
formula:

OD = log(max intensity/Mean intensity), where max intensity =
255 for 8-bit images.

This will quantify the average darkness of the image due to
DAB signal. If you have areas of the image without tissue it will
bias your results because it will bring the average OD down. If
that is the case we need to discuss further. Also, you may need
to use Integrated Density rather than Mean



Step 7. another way to measure is to threshold and measure.
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