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Convert images to TIFF format in Image J / FIJI

Thank you for the image provided by Dr. Martin Muggeridge.

1. Load FIJI and open your file.
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2. In this demonstration, a .lif file (Leica) is used. Click Open to load your file.
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In the window popped up, select Hyperstack. Then click OK.
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Reading file header

Stack oraer.

Stack viewing

View stack with:  |Hyperstack v

|XYCLT |

Dataset organization

[™ Group files with similar names
[ Open files individually

[~ Swap dimensions

[~ Open all series

[~ Concatenate series when compatible

[ stitch tiles

Color options

Color mode:

Default v

[v Autoscale

Metadata viewing

I~ Display metadata
[~ Display OME-XML metadata
I~ Display ROls

ROIls Import Mode: ROl manager ~

Memory management
[~ Use virtual stack
™ Specify range for each series

[~ Crop onimport

Split into separate windows

[ Split channels
I~ Splitfocal planes

[ Splittimepoints

Information

Open files individually - Treats each file
as an individual file, instead of attempting to
group it together with other files that belong
to a larger dataset.

4. At the bottom of the opened image, C stands for channels. You can drag the bars to look
at different channels.
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5. Gotolmage—>Color=>Arrange Channels to arrange the order of channels and select
the color for each channel. All the channels are in a same color now.
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Stacks »  Merge Channels...

Channels Tool... Ctrl+Shift+Z

Crop Ctrl+Shift+X
Duplicate. .. Ctrl+Shift+D | Stack to RGB
Rename... Make Composite
Scale... Ctri+E | Show LUT
Transform » Display LUTs
Zoom »| Edit LUT..
Overlay » Color Picker... Ctrl+Shift+K
Lookup Tables » | Colour Deconvolution
Annofate , Dichromacy
Drawing , Simulate Color Blindness
Video Editing y[RRemex
Replace Red with Magenta
Axes 2 Replace Red with Magenta (system clipboard)
Convert Average Color
Convaive RGB to CIELAB

Threshold

RGB to Luminance

Set Color By Wavelength

5.1. To assign new colors to each channel, right click on the images in the New row
and select colors. Then click OK. Now when you drag the C bar at the bottom of
the opened image, you will see the newly assigned colors.
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6. To convert each channel into a TIFF file, go to Image—>Color->Split Channels. Select
each split channel and save them independently through File->Save. The default format
for the saved images is TIFF.

7. To convert a merged image into a TIFF file, go to Image->Color>Merge Channels.
Select the merged image, then go to Image->Color->Stack to RGB. Then save the
RGB image (File->Save), the default format is TIFF.
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Crop Crl+Shift+X Channels Tool... Ctrl+Shift+Z

Duplicate... Ctrl+Shift+D | Stack to RGB
Rename... Make Composite
Scale... Ctrl+E | Show LUT
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7.1. Inthe Merge Channels window, make sure Create Composite is selected.
Select the corresponding split file for each channel (C), then click OK. However,
the order of channels will not affect the outcome of the merged image.

| CA (red): |C‘I-HEp2-24-5-F'FAsap-DAF'I-CEQE-H1819-881.Iif-CeIIE-CEQE{G}-H‘lB‘IQ{R}-SB‘HIW}-Z:?.NTﬂ |

3
c2 (greSHW—HEp2—24-5—F'F.»"\SE|D—D.»"\F'I—CE2E—H‘l81Q—SB‘l.Iif— Cell2-C226{G}-H1819{R}-5B1{M} - Z=7 if ﬂ

C3 (blue): |CS—HEp2—24—5—F'F.*\S&p—DAF'I—CE2B—H‘lB‘IQ—SEI‘I.Iif— Cell2-C226{G-H1819{R}-5B 1M} - Z=7 1if

C4 (gray): HEp2-245-PFAsap-DAPI-C226-H1819-5SB1.1if - Cell2-C226{G}-H1819{R}-SB1{M} - Z=10 -
" |HEp2-245-PFAs ap-DAPI-C226-H1819-SB1.1if - Cell2-C226{G}-H1819{R}-SB1{M} - Z=11

C5 (cyan): HEp2-245-PFAsap-DAPI-C226-H1819-SB1.1if - Cell2-C226{G}-H1819{R}-SB1{M} - 7=12

C1-HEp2-245-PFAsap-DAPI-C226-H1819-SB1.Iif - Cell2-C226{G}-H181HR}-SB1{M} - Z=7 tif

CH (magenta): |C2-HEp2-245-PFAsap-DAPI-C226-H1819-5B1.1if - Cell2-C226{G}-H1819{R}-SB1{M; - Z=7 tif

C3-HEp2-245-PFAsap-DAPI-C226-H1819-SB1.1if - Cell2-C226{G}-H1819{R}-SBUM} - Z=7 1if

C7 (vellow): |C4-HEp2-245-PFAsap-DAPI-C226-H1819-5B1.1if - Cell2-C226{G}-H1819{R}-SB1{M} - Z=7 tif [
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¥ Create composite
[ Keep source images

[ lgnore source LUTs

OK Cancel
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8. Go to File>Save to save the new Composite RGB image, the default format is TIFF.

il Composite (RGB) (75%) — =X

62.06x62.06 microns (1024x1024); RGB; 4MB




