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Assign Scale Bars Manually

a) Open the image you wish to amend.
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b) With the image open, select Analyze, then Set Scale.
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c) Inthe box provided, select the following values, then select OK.
i. Distance in pixels:

1. For HSlimages: HSI: Magnification / Pixel Size = x / 2 (binning) = Distance in Pixels
a. 60X thisis 4.69 100/6.4=15.626 / 2 =7.81
b. 100X this is 7.81 60/6.4=9.375/2=4.69
2. For Optical (Dage) images: Optical: Magnification / Pixel Size = x / 2 (binning) = Distance in Pixels

a. 10xthisis 60/
b. 60x this is 8.10.
ii. Known distance: 1
iii. Pixel aspect Ratio: 1.0
iv. Unit of length: um

Distance in pixels: |7.81
Known distance
I Pixel aspect ratio:
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Clickto Remove Scale
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d) Next, select Analyze, then Tools, Scale Bar.

¢ Imagel = | B
File Edit Image Process Plugins  Window Help
EoaO s+ v cwn [alo]s] | |»
Scrolling tool (or press space barz  Analyze Particles. -
Summarize
Distribution...
Label
Clear Results
Set Measurements._
Set Scale.
Calibrate...
Histogram Ctri+H
Plot Profile Citrl+K
Surface Plot._.
Gels 4
Save XY Coordinates_
T Fractal Box Count.
Analyze Line Graph
Curve Fitting...
ROI Manager...

Calibration Bar .

Synchronize Windows

e) Inthe box provided, select the following values, then select OK.
i. Width in um: 10 is generally a reasonable value, but edit as needed
ii. Heightin pixels: 4 is generally a reasonable value, but edit as needed
iii. Fontsize: 14 is generally a reasonable value, but edit as needed
iv. Color: Choose desired color
v. Background: Choose desired color

vi. Location: Choose desired location

Width in pm:
Height in pixels:

Font size:

Color: | White -

Background: |Maone A
Location: |Lower Right «

v Bold Text [ Hide Text
[~ SerifFont [~ Overlay

OK Cancel

f) After selecting OK, you will be presented with the image with the scale bar added. Make sure to save the file
before closing as the files with the added scale bar is not automatically saved
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Assign Scale Bars Using Macros

a) Open the image you wish to amend.
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b) With the image open, select Plugins, then Macros, then Install.
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c) Next, select the macro for the camera and magnification used to capture the image.
[ 7] Pixcelfly_HSI_60x_3XDig_14.07.ijm

| 7] Pixcelfty_HSI_60x_4.69.ijm

| 7] Pixelfly_HSI_60x_18.76_4XZ0O0M.ijm
{7 Piceifhy HSI 100x 7.81.m

| 7] Picelfly_HSI_100x_31.24_4XZOOM.ijm
| 7] Pixelfly_HSI_240x_19.05.ijm

d) Now again select Plugins, then Macros, and you will see the macro you selected at the bottom of the macro
menu. Click on the macro.
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e) After selecting the macro, you will be presented with the image with the scale bar added. Make sure to save the
file before closing as the files with the added scale bar is not automatically saved
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