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How to save your vsi images directly to tiff

but still | | 300dbi in Fiii | 12

Important: your original image must be greater than 600 dpi (usually this is not a problem
using VS 120. Original resolution is generally way better than 600 dpi even using 10X lens)

Advantages of this method:
You only need Fiji Image and can do vsi images directly
Much faster than conversion
Final resolution is greater than 300dpi and therefore good enough for publishing

Disadvantages of this method:
Only works with the whole vsi image (unable to keep zoomed in vsi image)
A little bit slower than the method using “copy display image” although much faster than
conversion
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Open your image

Macros
Shortcuts
Utilities
New

File Edit Image Process Analy 3
Ojoja|o| <4+ A

Pencil Tool

Compile and Run...
Install.... Ctrl+Shift+M

Install Plugin...

3D Viewer

Bio-Formats Bio-Formats Importer

Cluster Bio-Formats Exporter
SO ecion R Bio-Formats Remote Importer
L / Bio-Formats Windowless Importer
ArileEEE X Bio-Formats Macro Extensions
Image5D 4
Integral Image Filters v| Stack Slicer
Janelia H265 Reader Bio-Formats Plugins Configuration
LOCI *| Bio-Formats Plugins Shortcut Window
¢ LW Tookox ’ Update Bio-Formats Plugins
Landmarks 4
\A) Morphology »| Help
Multiview Reconstruction
| NucleusJ
Ontic Flow




Now you have a window like this popping up

Stack viewing
View stack with: |Hyperstack |
Stack order: [xvczr ~|

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 Autoscale

Metadata viewing
" Display metadata

™ Display OME-XML metadata
[ Display ROIs

Memory management
[~ Use virtual stack

[~ iSpecify range for each series;

I~ Crop on import

Split into separate windows —

[~ Split channels
[~ Splitfocal planes
[~ Splittimepoints

Information

Specify range for each series - Opens

only the specified range of image planes
from a dataset.

After analvzing the dataset dimensional
parameters, Bio-Formats will present an
additional dialog box prompting for the
desired range.

Example: You only want to open the range

of focal planes in a z-series that actually
contain structures of interest to conserve
memory.

ok | cancel |




Your image will break into a list of layers at different levels of
resolution.

Unselect Label series if you don’t want to keep it. Its okay to
keep your label (just leave the tick on)
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[~ Series 2: Fluo whole kidney 01.vsi #2: 2580 x 3608; 2 planes
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[~ Series 3: Fluo whole kidney 01.vsi #3: 1290 x 1804; 3 planes
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[~ Series 4: Fluo whole kidney 01.vsi #4: 645 x 902; 3 planes
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[~ Series 6: overview: 14973 x 6780; 1 plane



e 4. Scroll down the list and select the image at a reasonable image
resolution. Then press “ok”

[ Series 12: EFI 40x 77863 x 56077, 3 planes

[~ Series 13: Fluo whole kidney 01.vsi #13: 38932 x 28039; 3 planes

[~ Series 14: Fluo whole kidney 01.vsi #14: 19466 x 14020; 3 planes

[~ Series 15: Fluo whole kidney 01.vsi #15: 9733 x 7010; 3 planes

[~ Series 17: Fluo whole kidney 01.vsi #17: 2434 x 1753; 3 planes
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[~ Series 18: Fluo whole kidney 01.vsi #18: 1217 x 877; 3 planes




In Imagel, your image look slike this: 16-bit, multiple channels

)
"

(57 (Fji s Just) Image
I"File Edit Image Process Analyze Plugins Window Help

lojola|o|<| 4]+~ AR &0 oxufou)wn| 0] 48] |»

Hl(Fiji Is Just) ImageJ 2.0.0-rc-39/1.50b; Java 1.6.0_24 [64-bit]

7 Fluo whole kidney 0Lvsi - Fluo whole kidney_01.vsi #16 (G) (25%) [=Tal =1

P, e M A R A eI = S
{173 (c:1/3 - Fluo whole kidney_01.vsi #16); 12.70x9.15 mm (4867x3505);
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Now you need to load colors to different channels: Image-
Color_Channel tools

|| oeyfsw|ur| g4 || |»

ght click to switch)

Show Info... Ctrl+|
Properties. .. Ctrl+Shift+P

Stacks Merge Channels...

-

-

Hyperstacks Arrange Channels. ..

Crop Ctrl+Shift+X Channels Tool... Ctri+Shift+Z

Duplicate._.. Ctrl+Shift+D Stack to RGB

Rename. .. Make Composite
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Now, select “color” from the drop down list. Usually, your
original color assignment will be applied. You can also choose to
change to other fake colors of individual channels to your likes:
i.e. chal to blue, ch2 to green, and ch3 to red...

I (6 st rvage)
I| File Edit Image Process Analyze Plugins Window Help
B ojc|o| <4 | [N Al o) xfsujw|s|s]a] |»

I(Fiji Is Just) Imaged 2.0.0-rc-39/1.50b; Java 1.6.0_24 [64-bit];

Color v
v {Channel 1
[~ Channel 2
[~ Channel 3




Now, your image looks like this: still multiple channels but each
chis in color.

\| File Edit Image Process Analyze Plugins Window Help

B O|ct|o|<| £ ||| Al || ovfsnur]

lI(Fiji Is Just) ImageJ 2.0.0-rc-39/1.50b; Java 1.6.0_24 [64-bit];

[T Fluo whole kidney_0Lysi - Fluo whole kidney_0Lvsi #16-1 (25%)
= - e e ———
¢:1/3 (c:1/3 - Fluo whole kidney_01.vsi #16); 4867x3505 pixels; 16-hit, 98MB
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Still in “Image_color_channel tools”, Choose “composite” (if your
image type is 16 bit. Ignore th|s step if your image is RGB type).




* Flatten your image so your final images wont be multiple

channels any longer. o —
File Edit Process Analyze Plugins Window Help
Qjojc Ty O efsurf o] s e |>
Palygon sele Adjust v |
—
1 25%) Show Info... Ctrl+|
Properties._ Ctrl+Shift+P
Color
Stacks
Hyperstacks
Crop Ctrl+Shift+X
Duplicate... Ctrl+Shift+D
Rename...
Scale... Ctrl+E
Transform
Zoom
Add Selection... Ctrl+B
Lookup Tables Add Image. .
Hide Overlay
Annotate Show Overlay
Sl From ROl Manager
LIED ELLTD To ROl Manager
Axes Remove Cverlay
Convert List Elements
Convolve
“ The Threshold Labels...

WeStmead Overlay Options_.. Ctri+Shift+Y
Institute Overlay Manager




* Now your final images have changed from multiple channels to
RGB.

i {Fiji Is Just) Image) = | B S
- - Ty ¥ -

File Edit JlgEl=] Process Analyze Plugins Window Help
L O/ Type O] fswur] o 4 ]a ] >
ele |

P Polygon sele

Adjust 4
Show Info... Cirl+
Properties... Ctrl+Shift+P

5 Fluo whole kidney_01vsi - Fluo whole kidney OLvsi #16-1 (25%) [S[E »2 Color 3
¢:1/3 (c:1/3 - Fluo whole kidney_01.vsi #16); 4867x3505 pixels; 16-bit, 98MB

Stacks 4

v Channel 1
¥ Channel 2 3 7 Hyperstacks 4
[V Channel 3

= AN AT T DY s Crop Ctri+Shift+X
‘ : ) Duplicate Ctrl+Shift+D
Rename. ..
Scale. . Ctri+E
Transform

Zoom

Lookup Tables AIDTEIE

Hide Qverlay

Annotate Show Overlay

Drawing
Video Editing

From ROl Manager
To ROI Manager

Axes Remove Overlay

Convert List Elements

Convolve Flatten Ctri+Shift+F

Threshold » Labels...
Qverlay Options... Ctrl+Shift+Y

Qverlay Manager




5 it oz imoge) N - - == !
Edit Image Process Analyze Plugins Window Help
New Alx]o|0) fsuls|sa] |>

¢ Save as llo IVI E-Tiff” Open... Ctrl+O lll?}i:fj_ﬁ 0 24 [R4-hit]-

I Open Next Ctrl+Shift+O

= Open Samples 4

Gif...

Jpeg...

Text Image...
ZIP...

Raw Data...

Open Recent 4

Import 4

Close Ctri+W
Close All Ctrl+Shift+W Image Sequence...
Save Ctri+5 AV

[ saens IV

Revert Ctr+R PNG...

Page Setup... PGM...
Print... Ctrl+P | FITS..

Export 3 LU=

Selection...
Quit XY Coordinates...

Fix Funny Filenames Results...

Make Screencast Text...

Analyze...
MHD/MHA ...
MHD/MHA compressed ...
DF3 ..

Nrrd ...

ICO ..

lens ..

XPM ..

LSS16 ...

PDF ...
Animated Gif ...
EPS ..
AmiraMesh ..
AmiraTable ...

‘ Biorad ..
LL) The Wavefront .OBJ ...

Westmead LeicaSP ...

V3Draw...

nstitute hope. =
ﬁ PNG ... ~
PNM
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* Unselect these options...

File Edit Image Process Analyze Plugins Window Help
B o|z|o| /4|« [\|Ala|@|O| oo fu| ] 4]8]
\ x=3220, y=400, value=044,063,077 (#2c3f4d)

I~ Write each Z section to a separate file

[~ Write each timepoint to a separate file

File Edit Image Process Analyze Plugins Window Help
B o|c|o| 44|« A& o0 mfswfuwls]|s]a] |»
.. x=2424, y=600, value=052,040,178 (#3428b2)

[~ Write each channel to a separate file

................................
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Test if resolution of the
displayed image is above
300dpi: find the image
you just saved from
Image), right click on it,
choose “properties”, you
will have a window
popping up like this
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& importing in imagej.ome Properties ‘

|Eenerd | Semﬂﬂ Details |Frem'ous"u"ersions|

Property Value
Comments

Crigin
Authors
Date taken
Program name COME Bio-Formats
Date acquired
Copyright

Irage
Image |D
Dimensions 4867 x 3505
Width AB6T pivels
Height 3505 pixels
Horzontal resolution 25400 dpi
Vertical resolution 25400 dpi
Bit depth 24
Compression Uncompressed
Resolution unit 3

Remove Properties and Personal Information

ok J[ Coned |

Ppply




