Imaging and Microscopy Center

N'91IguNE!MI NN 1911

Biomedical Core Facility BCF INIDNT NFNWA TN

The Ruth & Bruce Rappaport Faculty of Medicine Biomedical Core Facility

Technion-Israel Institute of Technology
2014-03-31
how to do tiling of Z-stack in LSM 510 Zen 20140331.docx

011991 71721 NN WY IRIDTT NUTI79N
IR 1171100 190 - 10000

Tiling of Z-stack in LSM 510 Zen MTS

Optimize all channel parameters (pinhole diameter, laser intensity, gain, offset, rotation, zoom).
Consider zooming in (at least 1.5) to eliminate shading problems.

Navigate to the center of your field of interest and decide on number of tiles.

To prescan until field is satisfactory:

Check SN

In [@3E11ElE choose one channel to define the area.

In set pixel size 256x256, scanning
speed 8, no averaging.

In set number of tiles.

M > Start Experiment
If you use note the objective!
Uncheck [N

Check /2SI

In FESiEldd set Z stack parameters:
Interval, Set First, Set Last
Press @ to move to the middle slice

In Al nVlels[d set scanning parameters:

Frame Size, Scan Speed, Scan Average

In [@3EIEE check all channels.

Save this configuration (channel, scanning, Z settings)
under your name.
Please overwrite each time.

www.medicinelab.org.il

v/ Z-Stack 21 Slices

Positions
Regions > Start Experiment

i Tile Scan

= Z-Stack v snowal [¥

~ Acquisition Mode + Snowal [7]

4. Channels « showal [?

Acquisition

Configuration Melia for file macro
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In the Menu choose Multi Time Series.

In Multi Time Series PLUS:

In the SEVIRG Tab
Enter a EMFIERNENGE for your images.

Select Image Folder where your images will be saved.
Check Keep Final Image Open and Single File Output.

Do not check Save Final Image
(uses an inferior stitching algorithm).

In the PIEWERARIES) segment below:

Check Single Original Images Folder and
Check In the Final File(s) Folder.

In the AEGUISIEION Tab load your Scan Configuration.
Check ZStack

Press Marked Z - Middle of Z Stack
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fion Maintain | Macro Toolz View Window Help

® P o9

Fause | Uodate Helo | Close

=]

Finish

”

Engd Block
—

“sersiMultilabst DocumentsALEM LSERS DATAN201 3406
201 31E ditheliat2013061 3!

ingle File Dutput

Temporary File(s)

QOriginal Folder C:hUsers\Multilabs\DocumentshLSM USERS DATAN2O013406-

201 B\E dith\Meliah 201306134
Delete

| Open Diiginal Falde: | At Lecation :I
Original

Files
) |ng|e Originl Images Folder @ the Final Flefs] Folder
& Channel Calor as a Ciiteria for efcatenation (not Channel Hame)

Store/Apply Recipe

AutoTimeStore ~| ¥ Recall Locations List

Store | Apply | Delete

I Run Sequence of Recepies

kan Groups G.Aiep. BKDely Z5tack Autor  Blsach Scans  Intvl

\L»slufamks“ 1 1 [l Yes Mo Ho 1 0 -]

List of 1 E=17137.75 v=2394.50 Z=-48.63 T1[22):1.1 j
Locations

Recipe Summary

Timeline

Expert Mode

'Z=48.63 Furrent Pos: X=-21124.50 Y=4192.00

Parameters: Block 1. Location 1

$can Configuration, Maha for tile macro +| FindBC 7
[ Loadzont | savecon e
tack
Mo o Time Points within Block o e

Interval ) |_JJ— 2|
| Wiz ezt | _

Apply Acquisition Parameters To:

HEEREH

Finisth | End Block | Pause Undate: Helo Close

Slarl

=i
| s
e |
- |
l—
[ o

= Apply to All Locations.

Apply to All Blocks All Blocks and Locations |

Select Parameters to Apply to All Locations andjor to All Blocks

Triggering
I Wait for Trigger File
™ Trigger In: to Stat/Pause

Trigger Out at N =
Block Start o
Trigger Outat N =
Block End bt

|ﬁk~u Groups GRep BkDely ZStack AutoF  Bleach Scans Il

[ CstotBiocs | 1 1 0 Yes Mo No 1

List of 1 E=17137 75 Y=2334 B0 2=-34. 26 T1[2<2]:1.1

o ]
Locations J
2

Recipe Summary

Timeline

gl

Expert Made

L

=-34.25 Furrent Pos: X=-17543.25 ¥=2799.50
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In the [IOCAtION Tab

press \Current Location\

In the [ll€ Tab set the number of
tiles you decided to collect.

In this order:

Set the Overlap value to 15%.
Click Create Tile Locations|
Check Create Mosaic Image
Uncheck Simple Tiled Image.
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Start Stap Finish | EndBlock | Pause | Undate Hep | Close
| D - vt o |
| I~ Move Focus o 038 Fositon between Locations )
| ™ Load Scan Config when "Move to Loc™ or "Next Loc™ Clicked
’_, ™ Apply Shift of XYZ coordinates on Each Consecutive Move to Location

| Import and Export Locations
§ Export or
l'— : MTS ZEN Mark ZEN Locs. : ol
ocation | Location tmpor Expa
Map Map from ZEN ZEN to/from
Clear ZEN Locs. File
Edit Location List
Remove Location | Insert Location Add Location | Clear Al |
™ Do Mot Update ZEN Marked List when Add Next

BlkNo  Groups G.Rep. BkDelay ZStack  AutoF  Bleach  Scans  Intvl
|Lstuthci=a 1 1 1 [ Yes  HNo Mo 1 |

List of
Locations.

1:¥=-20719.50 Y=3787.00 Z=-43.10 T1(2<2) 1.1

Recipe Summary

Timeline

Gy

Expett Mode

Z=-43.10 Furrent Pos: X=-21123.75Y=4191.25

I

I IECE ]

Start Stoo Firish | End Blogle b_Payse | Uodate Helo | Close

e D
Smde Step X=

b Start New Tile
Araa Size X=1710.00 pm ¥=1710.00 pm

MarkUpleft | MarkUpRight | Show, Select and Move to Locations |

Mark Down Left | Mark Down Right

Scan Configuration
Melia for tle macta 7] set
| Elle
LoadCont | saveront |
X Correction [0 A fF— 3 um

Clear

¥ Correction A3 m Z’“ﬂ
wom (Y A ——— 1l »

Create. Add. Remove Tile Arrays
e

Create Mult Tiles Remove Last Tile Tile Utilities

Mo Tile Mode

jﬂﬂﬂﬂ 1

I~ stitching in Reverse Orde(@Create Mosaic Image @mpte'rued Image

ﬁkNu Gioups GRep. BKDelay Z5tack  Auiof  Bleach Scams Il
ESEEE 1 1 ] Yes Mo Mo 1 0 -]

List of

1: ¥=-20719.50Y=3787 I0 Z=-43.10 j
Locations.

Recipe Summary

)

Timeline

i

Expatt Mods

[Current Pos: X=-21123.75 Y=4130.50
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e

Undate:

e

End Blaock

Pause

In the OPEIOAY Tab press [Find Rotation

Finish

Hardware
Timing

I Disable Blocks Tab

il I Disable Locations Tab

| T Disabie TieTeb .
| T Disabie Grid b - Run 0 automatically
| after the end of MTS run

. | [ Disable ZListTab

| I Disable Autofoaus Tab

o I Disable Bleach Tab

T I~ Disable Triggers

I Do Not Load Coordinates Type New Password and then
Click Set Password Button:

Set Password to Return from Basic Mode
to Expert Mode:

I Triggers Out Start Spedal I Triggers Out Stop Spedal

BlkMo  Groups G.Rep. BkDelay ZStack AutoF  Bleach Scans  Intvl
[ ListorBlocks [ | 1 1 [ Yes Mo o 1 0 -]

List of

1: %=-20719.50 Y=3787 00 Z=-43.10 j
Locations

Recipe Summary

|

Timeline

Furrent Pos: ¥=-21124.00 ¥=4190.50

Semfotion | ww e TN
In Tile Scan Rotation press [Calibrate. Rowvonl 0532 T 3] catwae| cose
Wait a few seconds for it to perform the calibration (see - e |
button change below) e S Rotaton

Press

Calibrate

Skim through other tabs on the left to make sure there are no unwanted settings such as repetition,
time, autofocus, bleach, block.

In MUIGITimeSeriesiPLUS top row of buttons:
Press and press .

At the end of scanning (Ready) you will have two files:

One with the original images,

All_[yourBaseName]_Sum1.lsm

which you can concatenate with any algorithm you choose e
L =

Stoo Finish | End Elock | Pause

[eurrent Pos: x=-21124.00 Y=4150.50

and one, Tile_Stitch_All_[yourBaseName]_Sum1.Ism ‘ |
already concatenated with the Zen stitching algorithm.
Save them!

To concatenate later: >Multi Time Series >l Tab >Tile Utilities>Create Tile
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