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Loading Images into a Stack (.stk) File
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Frequently Asked Questions Overview

The purpose of this FAQ guide is to step the user through the
process of loading images into a stack (.stk) file both in the
Review Plate Data dialog as well as from individual images
saved on a drive.

A stack (.stk) file can then be used to:

e Create a montage from multiple sites within a well

e Create a color overlay

 Make a movie of Timelapse or Z Series images

o Apply a stack arithmetic algorithm to produce a projection
Image (i.e. maximum projection, best focus, etc.)
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1. Open Review Plata Data B et S
Wavelengths: Data view: | Well amangement v Print Table
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* Under the Screening menu, B Soeneiwms
select Review Plate Data | erl —I— <>
Display Run Analysis | Measurements | Graph
Analysis: [W is Tube Fomation> - v‘]! Corfigure Settings. . ]|
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3. Browse through the folders to L
[0 06/04/15 [Date Created - Plate Info]

open the plate of interest

Name [Plate Info] Acquisiti... Barcode.. Creator.. Date\Ti..

EX1NuclearFoci_ AMSNVL-COH8KV1_1 EXINucl.. <NULL> System ..  04/20/15...
EX2TransfluorVesicles_AMSNVL-COH8KV1_2 EX2Tran.. <NULL> System ...  04/20/15...
EX3ThreeCHCellScoring_AMSNVL-COH8KV1_3 EX3Thre.. <NULL> System ..  04/20/15...
EX4CellMorphology_AMSNVL-COH8KV1_4 EX4Cell...  <NULL> System ...  04/20/15...
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Loading Images from Review Plate Data

4. Change the Data View to —

« Well arrangement: to create a stack of = e -
sites from one well : |

 Time point vs Well: to create a stack of T r——
time points from one site/well | “”nﬁm

o Z Steps vs Well: to create a stack of Z
steps from one site/well

5. Sites Section:

P B N B

« To montage multiple sites, enable All o w '
Sites mlhmlmrxlz?m Tine ports [L ] o15 <>
« To work with Time lapse or Z Series omin e B
images, disable All Sites and click on a 1:11 O
site of interest

6. Right-click on the well of interest within e s (]3] [ |
the plate grid or image montage (wells — ks

are highlighted in green)

. *NOTE* Only select (right-click) on one well. Selecting multiple wells

m 4 will cause all images to be loaded in one stack for each wavelength DEVICES
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Loading Images from Review Plate Data
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I[Load Selected ImagesTI Navigate Selections E] E] J Clear Selection ]
[Reset Image Dlsplays] { Cellular Results... J \?l) Close

7. Click on the Load Selected Images button to load images into a stack

(.stk) file for each wavelength. These stacks will be named “Selected” plus
the name of the selected channel(s).

8. Refer to corresponding chapters for montaging, making a movie, color
overlays, or creating a projection image
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Working With and Saving Image Stacks (.stk)

" Selected FITC (25%) (19/24)

movie.

direction

Image stacks feature controls that allow you to
navigate through the series of loaded images.
* Play button: play the stack continuously like a

« Advance buttons: advance one frame per click
or play through the frames in the indicated

e Stop button: stop a play action
» Scroll bar: click and drag this bar to advance
manually at your own rate through the stack

To save the .stkfile:

* Inthe main menu, select File > Save As Navigate to the
final location, name the file, and save as a Metamorph
Stack File Format (*.stk)

OR

* Right-click in the stack window, select Save As, navigate to
the final location, name the file, and save as a Metamorph
Stack File Format (*.stk)

Save As...
Show Histogram

Copy Image to Clipboard
Paste Image from Clipboard

Open Image in 4D Viewer

Paste Region
Delete All Regions

Play Preferences...

Zoom >

Saveastype: | Metamorph Stack Fie Fommat(" stk) v
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e
Loading Individual Images into a Stack File

File| Edit Control Measure S i Window Help
New... Ctrl+N

1. Open the images ]

Open in 4D Viewer...

 Inthe main menu, select File > Open. Navigate to o e
the location of the image files of interest e e

Save Partial As...

O R Revert to Saved...

Setup Sequential File Names...

 In Windows, highlight the images of interest and D e

drag-and-drop the icons onto the MetaXpress
window o

[ e
File Edit Control Measure Screening Window Help

FHBEX QO OULL F2A AR BCET 7 %=| B Comenn Stotus: Unkno

Print E-mail New folder

Organize v d Open Slide show

é}?{ Plate Acquisition Setup ﬁ Review Plate Data g Plate Data Utilities 1 M6 = - = oo Type = Togs

t z:;r;mgehmm = bonejpg 3/31/201512:08 PM JPEG image 23K8
] fite_bin2.stk 3/31/201512:08 PM STK File 21258

& =pp it 3/31/2015 1208 PM STK File 908 kB

Wy 4 frogeggs.if 3/31/2015 1208 PM TIF File 238K8

JESRETS 4 genechipiif 3/31/2015 1208 PM TIF File 413 KB

@ custom module odii 4 matrixtif 3/31/2015 1208 PM TIF File 301 KB

Moo 4 musclesif 3/31/201512:08 PM T File 314 KB

3/31/201512:08 PM STK File 607 KB

i z::wp’m | sitchstk 3/31/2015 12:08 PM STK File 4,089 KB
i sural.tif 3/31/2015 12:08 PM TIF File 241 KB

& Help 4 theaditif 3/31/201512.08 PM TEF File 63Ke

t :::::::nm 4 thloodsif 3/31/2015 1208 PM TFFile 578
| timelp.stk 3/31/2015 12:08 PM STK File 830 kB
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- 4items selected Date taken: Specify date taken Rating: ©3 13 ©7 17 13 Size: 1.23 MB
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Loading Individual Images into a Stack Flle

2. To add individual images into a stack file

 Inthe main menu, select Edit > Stack > Add
Plane

« Enable Close image after adding if you
would like to close the individual image after
adding it to the stack (image will not be
deleted, just closed)

e Click on the button below Source to select
the desired image to be added to the stack

(image must already be open)
*NOTE* It is suggested to add planes consecutively to match
order of sites acquired, Time points acquired, or Z steps taken.

« Select where to add the new image in the

Image stack under the Resultant Stack ) A\
section (current plane, top, bottom) e S
« Click on the Add button
, @ Add Plane o] @ (=]
Source: Resultant Stagk:
FO1_Ste11 | # |DAPI =

£ Current Plane
£ Top

Jnde ;;_’:? Bottom

[¥]Close image after adding
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Removing Individual Images from a Stack File

2. To remove individual images from a stack file
 Inthe main menu, select Edit > Stack >

( @ Remove Plane [i][ﬂ]lé] ‘

Image Stack: =
Remove Plane DAP! |
« Enable Keep image after removing to copy ! —
the plane removed to a separate window 3 1

« Select the desired image plane by either
highlighting the plane number or entering the
plane number.

 Click on the Remove button [eocaes = [

| V| Keep image after removing

| =
W “DAPI (25%) (1/4) =% ECE|
Al OODGIO
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Support Resources

« F1/HELP within MetaXpress® Software

Support and Knowledge Base: http://mdc.custhelp.com/

User Forum: http://metamorph.moleculardevices.com/forum/

Request Support: http://mdc.custhelp.com/app/ask

Technical Support can also be reached by telephone:
« 1(800) 635-5577
« Select options for Tech Support - Cellular Imaging Products -
ImageXpress Instruments
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