Axio Observer Advanced Tile Scan Setup

e Set up channel exposure etc. as normal...
e Select Advanced Setup within the Tiles tab.

# Multidimensional Acquisition

2 Tiles ~ Show All  [#

Advanced
Setup

e Gotothe Tile Region Setup tab as below

Tile Region Setup

Contour Predefined Carner

Keep Tool

e Select Setup by Contour and use one of the contour tools to define the region eg. rectangle.
e Draw around the area you think your sample is in, then you can adjust it...




e Click on the Preview Scan button...

e Once expanded it looks like this...

¢ You may wish to select a lower magnification to make it easier to Preview the regions contained within the selected
areas. To do this, Click on the Objective button...

*When fluorescence imaging, the live image will display signal from whatever fluorescence channel is selected. If all
channels are ticked, then all channels will be used for the preview scans, and for the main tile scan, once set up. To Preview
scan in only one channel, untick the channels you don’t want, and then re-tick them once ready to do the main scan.

e Once you'’re happy with your setup, click Start Preview Scan.

e You can delete the Preview Grid and make smaller, more specific grids for tiling as desired. If you think you will



need it again, do not delete it and go to the instructions at the end of this sheet.
e Select specific regions to be tiled. You can draw as many as you like and they will each be set up as individual tile
regions...

Tile Region Setup

Contour Predefined Carner

Keep Tool

e To setup afocus surface map (a map of focal points) for your tile regions, go to the support points tab (support
points = focal points for each tile).

Support Points

Properties of Selected Support Points

Distnbute Support Points on Selected Tile Regions

5 - 4 -  Distribute
' D

Set One Support Point into Center Position

Add Support Point at Current Stage and Focus Position

e To distribute the support points equally across the tiles, select the number of columns and rows that you need and
click distribute. Do this for each individual tile region...



Distribute Support Points on Selected Tile Regions

- | Distribute

e You can then click on each support point and move it to an optimal location eg. to the center or corner of a tile;
repeat for each tile created, as desired.

e If you want to add additional support points without deleting the ones you already have, double click on the tile you
would like a new support point and click on the + sign under Tiles > Focus Surface.

& Focus Surface

Local (per Tile Region)

A (um) Y (pm
& 166284 20259
182359 23517
15645.5 3360.7
17443.0 36504
18887.5 45554
16492.7 55916
17910.0 57817

Venfy Support Points...

1 - Tilted Plane (at least 4 support points)

e You can still click and drag these new support points around as before.
¢ Now select the magnification you want to scan at eg. X20



o Now set the focal positions for each support point in the focus surface map.
e Select Focus Strategy on the side under Acquisition.

quisition Parameter
= Acquisition Mode
ApoTome Mode

& Channels
™ Focus Strategy

Local Focus Surface

0 Reference Channel

& Focus Surface

Fixed Z-Poshion

Fiwed 7-Postion

e Under here you want to select Local Focus Surface as our strategy.
e Under Focus Surface, you can choose how you want the Z position located:

Fixed Z-Position - in this setting, the focus for each support point is set manually, this is still fast and instructions follow.
Software Autofocus - With this option, when you click Start Experiment, the software will go to each support point and run

the autofocus to determine the optimal focus position. *This may not be optimal for your specimen, as it will look for the best
contrast as the best focus.

Fixed Z-Position Setup:

e Select the Live mode in the acquisition tab.

e Select the tile region you want to set the focus for, and then go in to Tiles and Focus Surface and you will see the
list of support points for that tile region.



& Focus Surface

Local (per Tile Region)

166284
182359
15645.5
17443.0
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Verfy Support Points...

1 - Tilted Plane (at least 4 support points)

Click on Verify Support Points...
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& Tile Regions

1614.4 x 998

© Positions
© Sample Carrier

& Focus Surface

Local (per Tile Region)

X (pm)
-32924
-2687.0
-2081.5
-32924
-2687.0
-20815
-32924
-2687.0

Verify Support Points...

e Now click Move to Current Position, focus manually, and then click Set Current Z
e Click Move to Next Point, and repeat the process until the focus has been set for all Support Points.



Verify Local Support Points

; ) Y (um) £ (pm)
s A 8b61.72 -78.0
-2687.0 8b661.2 -72.2
-2081.5 8b661.2 -77.7
-3292.4 9035.6 -719
-2687.0 9035.6 -759
-2081.5 9035.6 -799
-3292.4 9410.0 -74.9
-2687.0 9410.0 -74.9
-2081.5 9410.0 -78.1

Move to Current Point

A Current Stage X/Y Position # Current Point

Set Current £ -78.1 pm
Fun Autofocus Run Autofocus and Set 7

' Include Z when Moving to Points

Move to Next Point

Move to Next and Run Autofocus

Automatically Determine all Remaining by Autofocus

v All points have been venfied.

*If you are capturing more than one tile in the experiment, you may wish to select Split Scenes into Separate Files. This
means you will get one file for the whole experiment, as well as individual files for each tile region captured. This is useful
particularly if you have very large tile regions, as it reduces the size of individual files.



& Options
10%

Comb Meander

o Optimize Stage Travel

Custom Stage Speed | 1009

Keep Number of Tiles Constant on Rescaling
o Split Scenes into Separate Files

Stitching During Acquisition
o Image Pyramid During Acquisition

o Finally, select Enable Autosave under acquisition, and click Start Experiment.

@ Auto Save
¥ Enable Auto Save
Dh\Autosave folder
Automatic Sub-Folder

Mew

Close After Acquisition

C\Autosave folder\Mew.czi

How to store your grid:

o If you want to keep the large Preview Grid for your next experiment, what to do is grab it (click and hold), and move
it away from your current slide as below...

e Once you have moved it, in order to make sure you do not scan it at a higher magnification, untick the Tile Region
line under the tiles tab under Acquisition... The grid will disappear but it will reappear when ticked again.



& Tile Regions

Size (um)

219939x 11

Marks Large Tile Setup

2 Smart Setup o Showall T

D a =i a1
Set Exposure o Continuous Snap  Save As

£-Stack ==
! Tiles 1039 Tiles
All Channels per Tile

¢ When using your saved experiment in the future, move your slide to the center under the objective, and then you
can grab your old Preview Grid and move it so that the blue live window is in the center of your Preview Grid, then
you can do a new Preview Scan...




