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Chapter Purpose

The purpose of this chapter is to guide the user in setting up and

acquiring microscope slide(s) with irregularly spaced features
using the IXM Taskbar.

Microscope slides that have irregularly spaced features (i.e.
tissues, TMA, etc.) are best acquired through this method.

For regularly spaced features (chambers, multiple cover slips.),
refer to the chapter on Setting up Microscope Slides as a
Micro-well Plate.
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Slide Scanning: Two Workflows

Slide Features Are Irregularly Spaced
(e.g. tissue slice or TMA)

|

Perform Preview Scan
(low-magnification scan)

Create Scan Areas
(select regions for high-resolution
scanning)

Acquire Slide

Slide Features Are Regularly Spaced

(create plate file)

¢ Set up Slide Dimensions

O OO0OO0O
O OO0OO

Acquire Plate
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Setting Up Microscope Slides as a Plate

In preparation for microscope slide
scanning, Molecular Devices
recommends setting the correction collar
of corresponding objectives according to
the orientation of the slide as will be
selected in this procedure. For example, if
Imaging through a standard microscope
slide, set the correction collar to 1. If
Imaging through a standard coverslip, set
to 0.17

1. Inthe MetaXpress software, ensure
that the IXM Taskbar, click on Run a
Plate

2. Click on Perform Preview Scan
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3. _Select _the appropriate Slide Holder type S
In the list. e
[¥] Single Slide Holder —OR--
- . . []Thee-SflndeHolder:Sidﬂ
Single Slide Holder 3-Slide Holder — i

4. If using a 3-Slide holder, select all the
positions that will have a slide.

5. Click OK

6. Select the directory to save the images
from the preview scan and click OK.
Ensure that the drive has enough space. =
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Setting Up Microscope Slides as a Plate

| Enterthe slide name (no special characters):

Sting:  Lung Tissue

7. Enter a name for the
slide and click OK

Lok | [ Cancel ]

8. Select the preview
area on the
llustration of the slide
by adjusting the
region. Leave the it
region at the default
position to acquire
the full slide.

- S —
¥ “Slide in single slide holder (100%) (o |-® |3 || Single Slide Holder Scan Area (=]

Select Preview Scan Area:

Example Slide

1.Resize the region on the example slide to select
preview scan area, OR
2. Leave the default region to scan the entire slide

3. Click Continue

Single Slide Holder Scan Area [ =]

9. Click Continue

Select Preview Scan Area:

1.Resize the region on the example slide to select
preview scan area, OR

i 2. Leave the default region t the entire slide
Draw region ve ault region to scan ire

10. If using a 3-Slide for scanning
holder, repeat for
each slide

e
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Setting Up Microscope Slides as a Plate

11. Select the appropriate Slide o o et
Thickness and click OK. Refer to the -
illustration for guidance. Slide

- o o
Coverslip

12. When prompted, load the microscope HeuntRa e

slide(s) in the slide holder into the O ST
2. Sample on slide, then mounted to coverslip

SySte m Usually load coverslip up
Mounting Media

_ X \ Coverslip
Set Slide Thickness sl :
il

Slide

Select the slide orientation (see illustration):

@ Coverslip down (0.17 mm)

Coverslip up (1.0 mm) 3. Sample on slide, then mounted to coverslip
No coverslip - sample down (0 mm) For short working distance objectives:

No coverslip - sample up (1.0 mm) *» Load coverslip down _

Other = Use |laser and image autofocus
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Setting Up Microscope Slides as a Plate

13. Select the desired (2x or 4x is
recommended) magnification from the
drop-down list and click OK

14. Select the desired illumination
(brightfield or DAPI is recommended)
from the drop-down menu and click
OK

15. Review the image and select Yes to
adjust exposure time manually, select
NO tO Contlnue @ Do you want to manually adjust the exposure time?
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Setting Up Microscope Slides as a Plate

16. If Yes was selected, use the T o
keyboard shortcuts as displayed o i
In the illustration to adjust = AditaFocus
exposure and position l R-fewntostart
- C = Center on click
17 When done’ preSS the Q bUtton e Hold down space bar to move faster
On the keyboard Hold down B to move slower
18. Click Yes to continue with the ——
scan automatically, click No to
. . - roceed with automatic scanning? Click No to review settings (for
return to adjusting the settings O s " o

For research use only. Not for use in diagnostic procedures.



e
Setting Up Microscope Slides as a Plate

19. Once the preview scan has completed, proceed to defining the scan
areas for higher magnification

20. On the IXM Toolbar, click on Slide Scanning > Create Scan Areas
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Setting Up Microscope Slides as a Plate

21. If the preview scan is already open
(Control > Acquire > Scan Slide), select
the name of the preview scan. Otherwise,
select Open a saved scan and click OK.
These files will have a .scan extension.

|| Enterthe slide name {no special characters):
Sting:  Lung Tissue

22. Enter and confirm the name of the scan.
Click OK

23. Select the desire high magnification
objective from the drop-down menu and
click OK

24. Select the appropriate site spacing:

* Tiled (no overlap): can be montaged O Tedpoortn)
 10% Overlap: overlap is required for )
stitching
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Setting Up Microscope Slides as a Plate

25. Draw Regions of interest (scan areas) or
load saved regions onto the preview scan

26. Each region represents one well (used as
dimensions and location in Review Plate
Data)

27. Regions should be rectangular Click
Continue when you have completed

drawing regions.
*NOTE* Use rectangle to

O 6 \ \/ C @| @ create regions, arrows to

resize/move.

28. All regions need to be the same size. | o

Select a region (indicated by the active- ool row

All scan areas will be resized to match the

clicking) that represents the desired size slcton.
and click Continue
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Setting Up Microscope Slides as a Plate

29. If the selected scan area does
nOt Correspond to a WhOIe 45\ The site coverage is larger than the scan area. Select Yes to use custom

Field of View (X: 91%, Y:100%), No to use full Field of View:

number of sites, select Yes to -

use a smaller field of view or
. Yes No

NoO to Image extra area | al[ |

_Example with Custom FOV
P — Example with Full FOV

VA 1 o o oW

ImneSuoeLabel: : PlaneZPosition: 9481.38

For research use only. Not for use in diagnostic procedures.



Setting Up Microscope Slides as a Plate

30. The number of images and other settings
will now be calculated

A plate file will be needed for slide scanning, with each scan area represented by a well. Choose one:

31. Select the appropriate Plate File option ettt

[ ok

[ Concel |

32. Select the appropriate Protocol
(acquisition settings) option - _

@ Create a new protocol automatically

33. Select the directory of where to save © Updetean et petecal

Lok ) [ Concel |

Select Directory: ~ C:\assay\Slide Scanning\Settings'
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Setting Up Microscope Slides as a Plate

34. A summary of the scan area calculations is displayed

r

¥ “Scan Area Info for Lung Tissue (1003)

S Plan Fluor ELWD

35. If laser autofocus settings are needed, click Continue to proceed through
the Slide Autofocus Wizard

lete - WARNING

Go to Plate Acquisition Setup to verify settings
(illumination setting, exposure times, focus offsets)
are comect before acquiring the slide.

WARNING: Autofocus settings are needed for the
20X S Plan Fluor ELWD objective. Click Continue
to run the Slide Autofocus Wizard.

[ Cancel |

_ by
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Setting Up Microscope Slides as a Plate

36. Review and optimize settings in Plate Acquisition Setup

as you would normally for a micro-well plate including:
* Description SR

 Wavelengths

* EXxposure times
o Z Offsets

o Z-stack options

w| [ LoadProtocal |

ol i e SR

1441858 '3 @
TS veTereT |

37. Acquire the slide by clicking on the Acquire Plate button Side Autofocus Wizard
In the Plate Acquisition Setup dialog or on the IXM -
Taskbar Main Menu
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Setting Up Microscope Slides as a Plate

38. In Review Plate Data, each well corresponds to one scan area (region)

39. Well layout approximately corresponds to position in the preview scan
Preview Scan HTS Montage

Full-Resolution Image
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PlaneStageLabel: ; PlaneZPosition: 948168
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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
o Select options for Tech Support - Cellular Imaging Products -
ImageXpress Instruments
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