Imagel] Tutorial
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Open an image

Separate Stacks

Save and Close as separate channels
Open all DAPI images

Adjust Brightness & Contrast

Apply to All

Save and close

Repeat with FITC images

Open both channels

10) False Color & Merge
11) Save as RGB
12) Repeat for all images



Separate Stacks into their separate channels

)" (Fiji Is Just) Image) = O X
File Edit U= Process Analyze Plugins Window Heln Tahle

’ Q|Q Type | »| Add Slice Nj =
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roperties. . r
= Set Slice...
Color .

e
Hyperstacks NI Stack to Images

Make Montage...
C Ctri+Shift+X
i Reslice [/]...
[ ri+Shift+
Ao LAk it Orthogonal Views Ctrl+Shift+H
Rename._.. :
Z Project...
Scale... Ctri+E
cae 3D Project...
Transform »

Plot Z-axis Profile




Save each channel separately

" (Fiji Is Just) Image) . . — [] X
Edit Image Process A Tife Table
New 4 G'f LuT ‘7‘/’&‘%‘»
if -
Open... Ctri+O |
. Jpeg...
Open Next Ctri+Shift+O
Text Image...
Open Samples 4
ZIP...
Open Recent 4
Raw Data...
Import ’ | S
mage uence...
Show Folder 4 A
- AVIL..
Close Ctr+W | BMP
Close All Ctr+Shift+W | pPNG
Save Ctr+S | PGM..




Open All DAPI images & Open B&C controls

" (Fiji Is Just) Image) — O X
File Edit [iEel Process Analyze Plugins Window Help Table
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Chdst | ongnessConrast—Gurvsnies |

Stk

Freehand sel

' 40A1H  Show Info... Ctri+l | Window/Level... I
2360216/ properties. . Ctrl+Shift+P | Color Balance... ‘

Color »  Threshold... Ctri+Shift+T

Stacks *»  Color Threshold...

Hyperstacks » Size...

Crop Chitshany | S ote.

Duplicate..  Ctri+Shift+p | e Width...

Bemeanic... Coordinates...

Scale... Ctri+E | Auto Local Threshold

Transform *» Auto Threshold

Zoom *» Bleach Correction

Overlay »  Auto Crop

Lookup Tables , Auto Crop (guess background color)
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Adjust sliders until desired quality is achieved

File Edit Image Process Analyze Plugins Window Help Table
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Set and apply to all, save SEPARATELY from

raw data

File Edit
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Image Process Analyze Plugins Window Help Table
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(Fiji Is Just) Imaged 2.3.0/1.53t; Java 1.8.0_172 [64-bit];
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] || Set Display Range

Minimum displayed value: |44

Maximum displayed value: |1035

Unsigned 16-bitrange: |Automatic
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Repeat for FITC channel images

File Edit Image Process Analyze Plugins Window Help Table
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Stk | Lut

40A1TH1017-0002.tif (25%) — O
2560x2160 pixels; 16-bit. 11MB




Open both adjusted channel images

File Edit Image Process Analyze Plugins Window Help Table

= =ICAPE NN EIF (R PP PAEYCIES | S

40A1H1017-0001 - Adjusted.tif (25%) == ]
1MB 2560x2160 pixels; 16-bit, 11MB

Lut




Merge Channels

14" (Fiji Is Just) Image)

File Edit m Process Analyze Plugins Window Help Table

> || | o

B o/ e

Ol eliptt Adjust >

1B Show Info... Ctri+
Properties... Ctrl+Shift+P
Stacks ’
Hyperstacks »
Crop Ctrl+Shift+X
Duplicate... Ctrl+Shift+D
Rename...
Scale... Ctri+E
Transform 4
Zoom 4
Overlay 4
Lookup Tables 4

Annotate 4

- O X | ’sac

Stk

wi| g| 4| a|sr|>

o switch)
ajusteaurZsvo)

, 11MB

Split Channels

Merge Channels...

Arrange Channels...
Invert LUTs

Channels Tool... Ctrl+Shift+Z

Stack to RGB
Make Composite
Show LUT
Display LUTs
Edit LUT...

Color Picker... Ctrl+Shift+K

Colour Deconvolution

Dichromacy




Select channels to color in

File Edit Image Process Analyze Plugins Window Help Table
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x=928, y |£| Merge Channels X

*None* ~|

C2(green): [40A1H1017-0002 - Adjusted.tif |

Lut

)

1MB

C1 (red):

C3 (blue): |[40A1H1017-0001 - Adjusted.tif |

C4 (gray):

*None*

C5 (cyan): [*None’

C6 (magenta): |*None’

Led Lef Lef Lo

C7 (yellow):

*None*

Iv Create composite

[V :Keep source images:

[~ Ignore source LUTs

OK Cancel




Marvel at the color

Composite (25%) — O X

€:2/2; 2560x2160 pixels; 16-bit; 21MB




Change image type to RGB Color & Save

(Fiji Is Just) Image) == O X
File Editm Process Analyze Plugins Window Help Table

IE Ov. Type 4 8-bit r| g ’ 4 ‘ M ’s--.rrj >
oo | oy Sl T
m1[, Show Info... Ctrit | 92OR

Properties..  Ctri+Shift+p | S-21t Color

Color 4

Stacks *» RGB Stack

Hyperstacks » HSB Stack

Crop Ctri+Shift+x | HoB (32-bit)

Duplicate .. Ctri+Shift+D | L3P Stack

Rename...

CSrala Ctri+ =



100% Optional : Background Subtraction on yH2AX
channels before adjusting B&C (Be sure to keep
the same rolling ball radius for all FITC Images!)

(Fiji Is Just) Image) = O X
e Ed.it ImageAnalyze Plugns Window Help Table File Edt Image Process Analyze Plugins Window Help Table
B O 2 |©)|, Smooth cuteshitss bour| 7| 4| |57 * W o) || /| £[s| N AL | A| ov[sw]ur] 9] 4| 850>
*Multi-point* or point (2 Sharpen Ire) ’ | l
Find Edges ’

"Multi-point™ or point (alt or long click to switch; doub || Subtract Background...

1160 pixels; 16-bit 11MB |  Find Maxima...

12160 pixels; 16-hit; 11MB

Rolling ball radius: m pixels

Enhance Contrast...

Noise 4
Shad , [~ Light background
adows
I Create background (don't subtract)

Binary . [ Sliding paraboloid
Math » [~ Disable smoothing
FFT » [~ Preview
Fi >

iiters OK I Cancel J Help ]
Batch »

Image Calculator...

Subtract Background... £

Repeat Command Ctr+R
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Pretty!




