
Particle size analysis from TEM images

▪ FIJI Is Just ImageJ
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Particle size analysis from TEM images 
(method 1)

1. Draw straight line comensurate with scale bar (zoom-in if 
necessary)
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1. Draw straight line comensurate with scale bar (zoom-in if 
necessary)

2. Open “Analyze / Set Scale” and set the “Known distance” and 
units
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1. Draw straight line comensurate with scale bar (zoom-in if 
necessary)

2. Open “Analyze / Set Scale” and set the “Known distance” and 
units

3. Zoom-out and crop region of interest using “Rectangle selection” 
tool and option of “Image / Crop”
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Particle size analysis from TEM images 
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1. Draw straight line comensurate with scale bar (zoom-in if 
necessary)

2. Open “Analyze / Set Scale” and set the “Known distance” and 
units

3. Zoom-out and crop region of interest using “Rectangle selection” 
tool and option of “Image / Crop”

4. Set threshold for object definition by opening “Image / Adjust / 
Threshold”
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Particle size analysis from TEM images 
(method 1)



1. Draw straight line comensurate with scale bar (zoom-in if 
necessary)

2. Open “Analyze / Set Scale” and set the “Known distance” and 
units

3. Zoom-out and crop region of interest using “Rectangle selection” 
tool and option of “Image / Crop”

4. Set threshold for object definition by opening “Image / Adjust / 
Threshold”

5. Define max and min limits from histogram or use option “Auto” 
and select ”Apply”
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Particle size analysis from TEM images 
(method 1)



1. Draw straight line comensurate with scale bar (zoom-in if 
necessary)

2. Open “Analyze / Set Scale” and set the “Known distance” and 
units

3. Zoom-out and crop region of interest using “Rectangle selection” 
tool and option of “Image / Crop”

4. Set threshold for object definition by opening “Image / Adjust / 
Threshold”

5. Define max and min limits from histogram or use option “Auto” 
and select ”Apply”

6. Open “Analyze / Analyze particles” and select “Size” interval, 
“Show: Outlines”, etc... and press “Ok”
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Particle size analysis from TEM images 
(method 1)



1. Draw straight line comensurate with scale bar (zoom-in if 
necessary)

2. Open “Analyze / Set Scale” and set the “Known distance” and 
units

3. Zoom-out and crop region of interest using “Rectangle selection” 
tool and option of “Image / Crop”

4. Set threshold for object definition by opening “Image / Adjust / 
Threshold”

5. Define max and min limits from histogram or use option “Auto” 
and select ”Apply”

6. Open “Analyze / Analyze particles” and select “Size” interval, 
“Show: Outlines”, etc... and press “Ok”

7. Inspect the outlines plot to check for particle selection and, if 
necessary, go back to previous step and use size or circularity 
limits to exclude unwanted objects
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Particle size analysis from TEM images 
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1. Draw straight line comensurate with scale bar (zoom-in if 
necessary)

2. Open “Analyze / Set Scale” and set the “Known distance” and 
units

3. Zoom-out and crop region of interest using “Rectangle selection” 
tool and option of “Image / Crop”

4. Set threshold for object definition by opening “Image / Adjust / 
Threshold”

5. Define max and min limits from histogram or use option “Auto” 
and select ”Apply”

6. Open “Analyze / Analyze particles” and select “Size” interval, 
“Show: Outlines”, etc... and press “Ok”

7. Inspect the outlines plot to check for particle selection and, if 
necessary, go back to previous step and use size or circularity 
limits to exclude unwanted objects

8. Right click on Results table and choose “Select all” then export 
data using “Save as” option
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1. Draw straight line comensurate with scale bar (zoom-in if 
necessary)

2. Open “Analyze / Set Scale” and set the “Known distance” and 
units

3. Zoom-out and crop region of interest using “Rectangle selection” 
tool and option of “Image / Crop”

4. Set threshold for object definition by opening “Image / Adjust / 
Threshold”

5. Define max and min limits from histogram or use option “Auto” 
and select ”Apply”

6. Open “Analyze / Analyze particles” and select “Size” interval, 
“Show: Outlines”, etc... and press “Ok”

7. Inspect the outlines plot to check for particle selection and, if 
necessary, go back to previous step and use size or circularity 
limits to exclude unwanted objects

8. Right click on Results table and choose “Select all” then export 
data using “Save as” option

9. Import data on Excel or Matlab and manually remove the lines 
corresponding to unwanted objects, for instance n.ers 19, 26 and 
31, which are overlapping nanorods, or use the segmentation 
option described next...
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data using “Save as” option

9. Import data on Excel or Matlab and manually remove the lines 
corresponding to unwanted objects, for instance n.ers 19, 26 and 
31, which are overlapping nanorods, or use the segmentation 
option described next...
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Segmentation with Labkit plugin
(method 2)

1. Open “Help / Update...”, then select “Manage Update Sites”, and scroll 
down until finding “Labkit” option → Select this plugin and then “Apply 
and Close” → After installation is completed, restart FIJI
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1. Open “Help / Update...”, then select “Manage Update Sites” and scroll 
down until finding “Labkit” option → Select this plugin and then “Apply 
and Close” → After installation is completed, restart FIJI

2. Open the image, set the scale and crop the region that will be analyzed 
→ Select from “Plugin” menu the option “Labkit / Open Current Image 
With Labkit”
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1. Open “Help / Update...”, then select “Manage Update Sites” and scroll 
down until finding “Labkit” option → Select this plugin and then “Apply 
and Close” → After installation is completed, restart FIJI

2. Open the image, set the scale and crop the region that will be analyzed 
→ Select from “Plugin” menu the option “Labkit / Open Current Image 
With Labkit”

3. Select “background” on left panel and use the pen drawing tool to write 
several lines outside particles, as shown in this example (light blue 
traces)
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1. Open “Help / Update...”, then select “Manage Update Sites” and scroll 
down until finding “Labkit” option → Select this plugin and then “Apply 
and Close” → After installation is completed, restart FIJI
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→ Select from “Plugin” menu the option “Labkit / Open Current Image 
With Labkit”

3. Select “background” on left panel and use the pen drawing tool to write 
several lines outside particles, as shown in this example (light blue 
traces)

4. Select “foreground” on left panel and use the pen drawing tool to write 
several lines inside particles carefully choosing regions of significant 
intensity variation, as shown in this example (red traces)
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1. Open “Help / Update...”, then select “Manage Update Sites” and scroll 
down until finding “Labkit” option → Select this plugin and then “Apply 
and Close” → After installation is completed, restart FIJI

2. Open the image, set the scale and crop the region that will be analyzed 
→ Select from “Plugin” menu the option “Labkit / Open Current Image 
With Labkit”

3. Select “background” on left panel and use the pen drawing tool to write 
several lines outside particles, as shown in this example (light blue 
traces)

4. Select “foreground” on left panel and use the pen drawing tool to write 
several lines inside particles carefully choosing regions of significant 
intensity variation, as shown in this example (red traces)

5. Use “Segmentation” on left panel to run the “Labkit Pixel Classification” 
and visually inspect if individual particles are well segmented...
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1. Open “Help / Update...”, then select “Manage Update Sites” and scroll 
down until finding “Labkit” option → Select this plugin and then “Apply 
and Close” → After installation is completed, restart FIJI

2. Open the image, set the scale and crop the region that will be analyzed 
→ Select from “Plugin” menu the option “Labkit / Open Current Image 
With Labkit”

3. Select “background” on left panel and use the pen drawing tool to write 
several lines outside particles, as shown in this example (light blue 
traces)

4. Select “foreground” on left panel and use the pen drawing tool to write 
several lines inside particles carefully choosing regions of significant 
intensity variation, as shown in this example (red traces)

5. Use “Segmentation” on left panel to run the “Labkit Pixel Classification” 
and visually inspect if individual particles are well segmented...

6. Otherwise, add “background” (light blue) traces to divide overlapped 
particles and run “Labkit Pixel Classification” again, until a satisfactory 
segmentation is obtained
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1. Open “Help / Update...”, then select “Manage Update Sites” and scroll 
down until finding “Labkit” option → Select this plugin and then “Apply 
and Close” → After installation is completed, restart FIJI

2. Open the image, set the scale and crop the region that will be analyzed 
→ Select from “Plugin” menu the option “Labkit / Open Current Image 
With Labkit”

3. Select “background” on left panel and use the pen drawing tool to write 
several lines across the image, as shown in the example (light blue 
traces)

4. Select “foreground” on left panel and use the pen drawing tool to write 
several lines inside particles carefully choosing regions of significant 
intensity variation, as shown in the example (red traces)

5. Use “Segmentation” on left panel to run the “Labkit Pixel Classification” 
and visually inspect if individual particles are well segmented...

6. Otherwise, add “background” (light blue) traces to divide overlapped 
particles and run “Labkit Pixel Classification” again, until a satisfactory 
segmentation is obtained

7. Transfer image back to FIJI by selecting from “Segmentation” menu the 
option “Show Segmentation Result in ImageJ” → continue to analyze 
particles as shown before... 
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1. Open “Help / Update...”, then select “Manage Update Sites” and scroll 
down until finding “Labkit” option → Select this plugin and then “Apply 
and Close” → After installation is completed, restart FIJI

2. Open the image, set the scale and crop the region that will be analyzed 
→ Select from “Plugin” menu the option “Labkit / Open Current Image 
With Labkit”
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several lines across the image, as shown in the example (light blue 
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and visually inspect if individual particles are well segmented...

6. Otherwise, add “background” (light blue) traces to divide overlapped 
particles and run “Labkit Pixel Classification” again, until a satisfactory 
segmentation is obtained

7. Transfer image back to FIJI by selecting from “Segmentation” menu the 
option “Show Segmentation Result in ImageJ” → continue to analyze 
particles as shown before... 

8. Set threshold from “Image / Adjust / Threshold” → Invert mask using “Edit 
/ Invert” → Open “Analyze / Analyze particles” and select “Size” interval, 
“Show: Outlines”, etc... and press “Ok”
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9. Right click on Results table and select “Distribution” to plot the histogram 
of desired parameter

1. Open “Help / Update...”, then select “Manage Update Sites” and scroll 
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/ Invert” → Open “Analyze / Analyze particles” and select “Size” interval, 
“Show: Outlines”, etc... and press “Ok” 21

Segmentation with Labkit plugin
(method 2)


	Slide 1
	Slide 2
	Slide 3
	Slide 4
	Slide 5
	Slide 6
	Slide 7
	Slide 8
	Slide 9
	Slide 10
	Slide 11
	Slide 12
	Slide 13
	Slide 14
	Slide 15
	Slide 16
	Slide 17
	Slide 18
	Slide 19
	Slide 20
	Slide 21

