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General Information



Laser and Objective Information:

Available Lasers:

e 405nm N cu rrently available Lasers
* 488nm
* 952nm
* 638nm

*) Diode
*) OPSL488: ON

OPSL552: ©

Sample of Available Objectives:

« 2.5X Dry

e 5xDry

« 10x Dry Objective : HCPLAPOCS2 10x/0A0DRY &

* 20 Multi-Immersion H— ————— [ Jp—
e 63x Oll HC PLAPO CS2 10x/0.40 DRY

« 100x Oil : EuRINEr HCPLAPOCS2 20x/0.75 IMM

HC PLAPO CS2 63x/1.40 OIL
HC PLAPO CS2 100x/1.40 OIL

T




3 Color Image Acquisition



This is the acquisition work area.
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1. On the top of the work area - Click Configuration.
2. Click the Laser Configuration button.
3. Turn on all the lasers.

The lasers available on this microscope are: 405nm, 488nm,

TCSSPE ¥ Configuration Acquire Quantify

A

Beam Path Laser Config

=
Objective

Hardware

X
LS “ Currently available Lasers

Dye Database CAMServer

v Adjust Laser Settings

(~+) Diodedos: on [}
*) Diode633: oN [}
) opsL4ss: on [}

+) opstss2: oN B




There are 3 different ways you can set your lightpaths:

1. Reuse settings from an image you previously acquired - Follow Steps 4 — 35.
2. Use preset configurations - Follow Steps 36 — 61.

3. Use dye assistant - Follow Steps 62 - 85.



To reuse settings from a previous image you acquired:

4. Click the Open projects tab.
5. Click the open projectsicon. Looks like a folder.

o TCS SP8
o TCS SP8

- e - A L~
Open projects Acquisition Open projects cquisition

B e E B D > R B & B

Open Project...




6
7.
8.
9.
10.
11.

Go to the Data (E:) drive.

Select your folder.

Click on the folder you wish to enter.

Select the image file [.lif file] you wish to open.

Make sure selected image file [.lif file] appears in the “File name:” box.
Click Open.

3 o 6 7 8 =
-, ks [ v Computel » DATA (E) [l Kirm Peifley |l 010617 [ 42 ][ Search 010617 o
Organize ~ New folder = 0 @

k- Favoiites Mame Date modified Type Size
Bl Desktop 9 l | Crop Image.lif 1/6/2017 4:14 PM LIF File 8,518 KB
4 Downloads | Image L.Iif 1/6/2017 1:58 PM LIF File 2,002 KB
5] Recent Places | Image 2.Iif 1/6/2017 2:53 PM LIF File 2,863 KB
- Libraries
3 Documents
,J‘. Music
[ Pictures
E Videos
18 Computer
&, sYSTEM (C)
ca TEMP (D3)
a DATA (E)

s CODEMETER (G:)

?j Network

1.0 | Fiensme: Cropimegelit | v [LASK (rif, *xdef) 8 LCS (i) f ~

11C=]




12. Go back to Open projects tab.
13. Selectimage you wish to open.
14. Right click and select Apply image settings.

Open projects

& B

4 Crop Image.lif
Image001
Series002
Series003
Series004
Series005

Seria<NNA

Series007

<A

(8.1 MB)
(262 KB, xy)
(786 KB, xy2)
(786 KB, xyz)
(786 KB, xy2)
(786 KB, xyz)
(786 KR w7

(3.9 MB, xy2)

Acquisition

B

araawmip

¥ Load | Save | Roi

Load/Save single setting

Close Project Ctri+W

Save Project Ctri+S
Save All Ctrl+Shift+S
Save as...

Create Collection

Delete

Rename F2
Cut Ctrl+X 7
Copy Ctri+C o
Export >
Recalibrate Image
Properties

Open in new viewer

Open file location

Apply image settings

Best Focus

Close All




15.
16.

17.

Go to the Acquisition tab.

Click on a Sequence and check
to make sure the light path
settings are as you want them.
Check the other Sequences.

Rotation :

Pinhole

v Z-Stack:

Begin %

— |

z-Galvo v | '©
Q ~

Nr. of Steps

Z-Step Size

System Optimized
Z-Compensation :
Galvo Flow :

Travel Range [pm] :

v Sequential Scan

Seq.1 Seq.2

Open projects

Z Position [pm] :
0.00 | =
Z Size [pm] :

0.00 | =

v Internal

Acquisition

Gain [%]:

Standard ¥

ALEXA 568 ¥




Open projects Acquisition

¥ Acquisition Mode

XyzZ = ”nl'.l

v XY:512x512 | 400 Hz | 1.00 | 1.00 AU

18. Check to make sure Format [frame size], oy ST
Speed [scan speed], Zoom Factor, Average @ '
and Pinhole are as you want them. Apply Speed:
Image Settings will not set these for you. Bidirectional X :

Zoom Factor :

Zoom in : .

Image Size : 4.65 mm * 4.65 mm
Pixel Size : 9.1 pum *9.1 pm
Optical Section : 236.046 ym ©

Pixel Dwell Time : 1.2 ps Frame Rate: 0.092/s

Line Average :
Line Accu :
Frame Average :
Frame Accu :

Rotation :

Pinhole




You now want to remove the .lif project file you opened so you don’t accidently
A. Change the configuration on your old image.
B. Save your datain the old folder instead of your new folder.

19. Click on Paper+ button to create a New Project.

20. Highlight new project. In this case it is called test001.
21. Right click on the file box icon.

22. Select Save as. E P

Open projects Acquisition

B B E R I

4 Crop Imagelif (8.1 MB)
Image001 (262 KB, xy)
Series002 (786 KB, xyz)
Series003 (786 KB, xyz)
Series004 (786 KB, xyz)
Series005 (786 KB, xyz)
Series006 (786 KB, xyz)
Series007 (3.9 MB, xyz)

test001 (O byte)

o TCS SP8
o TCS SP8

Open projects Acquisition

Open projects Acquisition

heooooaoawlild

e =
SBe a & 5 5= E

4 Crop Imagelif (8.1 MB)
Image001 (262 KB, xy)
Series002 (786 KB, xyz)
Series003 (786 KB, xyz)
Series004 (786 KB, xyz)
SeriesD05 (786 KB, xyz)
Series006 (786 KB, xyz)
Series007 (3.9 MB xv7)

test001 (O byte)

4 CropIm  New Project )
Imagieo. oo .o 4Y)
Series002 (786 KB, xyz)
Series003 (786 KB, xyz)
Series004 (786 KB, xyz)
Series005 (786 KB, xyz)
Series006 (786 KB, xyz)
Series0D07 (3.9 MB, xyz)

oo wll
hr»o00000wll

¥ Load | Save | Roi

Load/Save single setting : ' Leica Settii

Close Project Ctrl+W

Save Project Ctri+S
Save All Ctrl+Shift+S
Save as...

Create Collection

Delete

Rename

Export

Append to 3D Image Analysis Images
Open in MMAF

Close All




—

X save as

23 24 5=

23. Open the Data (E:) drive.

24. Open your folder.

25. Right click to highlight New.
26. Select Folder.

Organize v

W Favorites

Bl Desktop

& Dovinloads

| Recent Places L
5 010417
+9 Libraries

i| Documents

J‘v Music

= Pictures {

i videos

021717
1™ Computer

&L SYSTEM (Cé
, TEMP (D:) 3
l

s CODEMETER (G2) ,

!

?ql Network
M FR-W-5081243
M FR-W-5081995
1M LEICA-SPBEXP-WS

Autofocus Single
Location 030617

Single location
Time Series.lif

File name: testODLIif

010617

E

031517 Single
Location Time
Series

Configurations

010917 011017

051517 Spinning 052217
Disk

Live Data Mode
Screen Shots

MetaData

Undo Rename Crle 2

Save as type: ELeica Image File (LIF) (*.lif)

Share wzh

# Hide Folders

012017 0127117 020317 020717

i ' -

053017 082217 082417 Autefocus

030617 Screen
Shots

Area 3.1if Live Data Mode

Practice.lif

Uncertain source Rotation 0.0.Iif

images 122016

New folder = v @

021617

!

Autofocus
030717

Rotation 45.0.1if

25 [

Save Il

Bamap image

Contact

Journal Document
Compeessed (Zipped) Foider
Rich Texx Documen:

Text Document

WISU Conrel File
Compressed (zipped) Foider

Briefcase

Cancel \




27. Name your folder.
28. Click on it to openit.

B save as

» Computer » DATA (E:) » Kim Peifley »

SO~

» Computer » DATA (E:) » Kim Peifley »

Organize New folder = v Organize v New folder = o
't Favorites 7t Favorites
B Desktop B Desktop
& Downloads # Downloads ' ' 4 4 4 4 4
i [ i [ i [ i i i i 5 Recent laces i I i . I I I i I
010417 010617 010917 011017 012017 012717 020317 020717 021617 g 010417 010617 010917 011017 012017 012717 020317 020717 021617
4 Libraries G Libraries
5] Documents \ [5] Documents
& Music & Music
& |&=/ Pictures [ [ [ [ [ i [
=) Pictures [ ¢ [ [ [ ¢ f [ i [ [ [ g £
Videos 5 n < E E E E s B videos f £ E E E
01717 031517 Single 051517 Spinning 052217 053017 082217 082417 Autofocus Autofocus OZHE O31517:Single’ 40SI51ZSpiANIng DS2237 DSS017 082217 082417 Autofocus Autofocus
- Location Time Disk 030617 Screen 030717 1% Computer Location Time Disk 030617 Screen 030717
™ Computer Series Shots N = Series Shots
&, SYSTEM (C) i SYSTEM (C)
s TEMP (D2) 8 s % s TEMP (D) — - -
s DATA (E) s DATA (E)
< CODEMETER (G:) [ ¢ { SCODEMETER (G) i E k
E E - o In M 5
. o : [ o | : = : : : € Network Autofocus Single  Configurations  Live Data Mode MetaData 082517] Uncertain source Area 3.1if Live Data Mode Rotation 0.0.1if
W Network Autofocus Single  Configurations  Live Data Mode MetaData [ OEOEEE | | funcertain source Area 3.lif Live Data Mode Rotation 0.0.1if rlaneile s Dot Med o =Dats Mo

18 FR-W-5081243
FR-W-5081995
LEICA-SPBEXP-WS

Location 030617

Rotation 45.0.1if

File name: test00L.Iif

Single location
Time Series.lif

Screen Shots

images 122016

27

Practice.lif

Save as type: | Leica Image File (LIF) (*.lif)

=)

4 Hide Folders

W FR-W-5081243
FR-W-5081995
B LEICA-SPBEXP-WS

Rotation 45.0.1if

File name: test001.1if

Single location
Time Series.lif

28

Save as type: | Leica Image File (LIF) (*if)

4 Hide Folders




29. Name the project.
30. Click Save.

Old name
File name:  bestDOLIF 29

Save as type: | Leica Image File (LIF) (*if)

X save As

@Uv| | » Computer » DATA (E) » Kim Peifley » 082517
Organize v MNew folder

: Name
4.7 Favorites

B Desktop
4 Downloads

LE:
il Recent Places

4 Libraries
> 3 Documents
> J‘- Music
> =] Pictures
> E Videos

4 M Computer
> B, SYSTEM (C3)
> TEMP (D)
b DATA (E)
>y CODEMETER (G:)

4 ‘?ﬂ Network
> (Ml FR-W-5081243
> 1Ml FR-W-5081995
> (M| LEICA-SPEEXP-WS

New project name

Date medified

Type

Size

Mo items match your search,

~ [ 4 || Search 082517

ol

4= = @

File name: | Kim 082517 29

-

Save as type: [Leica Image File (LIF) (*.1if)

5

“~ Hide Folders

30 Coe




31. You now see the project you opened to get the configurations as well as the new project for today’s images.
32. Highlight the old project.

33. Right click on the file box icon.

34. Select close project.

Open projects Acquisition v Load | Save | Roi

Load/Save single setting : 'Leica Setti

B R & &8 E 2 =

Open projects Acquisition Open projects Acquisition 4 Crop Imagelif (8.1 MB)
Image001 (262 KB, xy)
g‘ E:) 65 E = @ == Ser?esOOZ (786 KB, xyz)
Series003 (786 KB, xyz)
Series004 (786 KB, xyz)
Series005 (786 KB, xyz)
Series006 (786 KB, xyz)
Series007 (3.9 MB, xyz)

Kim 082517.lif (O byte)

Close Project Ctri+W

Save Project Ctri+S

BB P B B R

Save All Ctrl+Shift+S

4 Crop Imagelif (8.1 MB) Save as...
Image001 (262 KB, xy)
Series002 (786 KB, xyz)
Series003 (786 KB, xyz)
Series004 (786 KB, xyz)
Series005 (786 KB, xyz)
Series006 (786 KB, xyz)
Series007 (3.9 MB, xyz)

Kim 082517.if (0 byte)

4 Crop Imagelif (8.1 MB)
Image001 (262 KB, xy)
Series002 (786 KB, xyz)
Series003 (786 KB, xyz)
Series004 (786 KB, xyz)
Series005 (786 KB, xyz)
Series006 (786 KB, xyz)
Series007 (3.9 MB, xyz)

Kim 082517.lif (O byte)

Create Collection

Delete

lha\a\a\a\a\m-*{,

Rename
Export
Open file location

Append to 3D Image Analysis Images

Hoooaoaawll
heooaaawil

Open in MMAF

Close All




35. You should now see only the project for today’s session.

Open projects Acquisition

E’ i s = |} =- @

Kim 082517.Iif (O byte)




To use the configuration folder to get your lightpath settings:

36. Select the Open projects tab.
37. Click the Open Projects button. It looks like a folder.

(©) TCS SP8
(©) TCS SP8
Open projects Acquisition
Open projects Acquisition

B e a &k 2 I

Open Project...

5 B B g




38. Go to the Data (E:) drive.
39. Click on the Configurations folder to open it.

File name:

3K Open
@Q'u » Computer 38 v{#,” Search DATA (E:) e
Organize v New folder v [l @
2 Favorites Name Z Date modified Type Size =
P Desktop |, 2016_12_20_17 39_39--test003 12/20/2016 5:39 PM  File folder
18 Downloads || 2017_01.09_13_32_01--Project 1/9/20171:32PM  File folder
| Recent Places . amd64 4/25/2017 5:47 PM File folder
. Anshika Kapur 7/19/2017 6:21 PM File folder
4 Libraries | Backup 8/7/2017 3:24 PM File folder
;ﬁ Documents .. Caroline Gilmore 6/21/2017 3:10 PM File folder
J’ Music . Christine_Kettenhofen 3/8/2017 4:16 PM File folder
[&=/ Pictures i 2720/ 9.4 g e £
B videos ‘Nfc:)nﬁrguvations 8/11/201711:19 AM _ File folder
¢ David Scheiblin - 'pte created: 8/11/201711:18 AM | 220 PV FlleTolder
1% Computer . Govind Kunduri | Size: 862 KB 7:23 PM File folder =
&, svsTEM (C) . Hanhan Liu files Coutiniatng If 10:53 AM  File folder
. J Jackie Salotti /3072017 11:02 AM  File folder
| s DATA(E) 38 |, Jaewoo Hong 201711:49 AM  File folder
g Jim Dunleavey 8/11/2017 3:30 PM File folder
. Jingyi Liu 5/12/2017 10:02 AM  File folder
€ Network |, Kim Peifley /201711:51 AM  File folder
18 LEICA-SPSEXP-WS | Kostas 2017 2204 PM  File folder
. Kuo-Hui Su /2017 4:31 PM File folder
1) LAS_X 3.1.5_16308_Setup 2017 10:19 AM  File folder
) leicametadata 3/22/2017 4:54 PM File folder
1. Linshan Hu 4/21/2017 4:45 PM File folder -
) Luke D 7/27/2017 1240 PM  File folder
. Melissa Fernandez 8/17/2017 3:41 PM File folder
Nicole Duster 7/17/2017 11:44 AM  File folder
|, Sandip Basu 3/31/2017 1:50 PM File folder
.. Scarlett.SHI 8/22/2017 2:22 PM File folder
.. Shree Ram Singh 1/25/2017 10:43 AM  File folder &

v [LASX (uif, *adef) & LCS ei)  ~ |

[ Open

| [ Cancel |




r

40. Highlight the “Configuratons.lif” file.
41. Make sure this file is showing in the File name box.

42. Click Open.

OF
= Recent Places

. Libraries
_j Documents
JW Music
k=| Pictures
B videos

1% Computer
&, sYSTEM (C)
ca TEMP (D:)
- DATA(E)
s CODEMETER (G:)

G‘y Network
1% FR-W-5081995
1M L EICA-SP8EXP-WS

X open
GQ | . » Computer » DATA (E:) » Configurations
Organize v New folder
Jr Favorites Name ’ Date modified Type Size
Bl Desktop li || Configurations.lif 8/11/2017 11:19 AM  LIF File 863 KB? I
& Downloads 40

File name:  Configurations.lif 41
—

v W LAS X (*.Iif, *xlef) & LCS (*.lei) f v]
42 g




43. Go to Open projects tab.

44. Click on the configuration you wish to use.

45. Right click to on box to open menu. (o) TR P
46. Highlight Apply image settings to select.

Open projects Acquisition ¥ Load | Save | Roi

Load/Save single settin

B» B ®» B E R

(@) TCS SP8 4 Configurationslif (27.0 MB)

DAPI_PMT_488_HyD_568_HyD (786 KB, xy: P
DAPI_PMT_488 HyD1_594 HyD3 (3.1 MB | Close Project  Ctrl+W
DAPI_PMT 488 HyD3 (2.1 MB, xyz) | Save Project Ctrl+S
DAPI_PMT 488 _HyD1 568 HyD3 647_HyD3 | SaveAll  Chieshiis
!
[

Open projects Acquisition

®ew @& R

DAPI PMT 568 HyD3 (2.1 MB, xyz)
DAPI_PMT 594 HyD3 (2.1 MB, xy2)
DAPI_PMT 647 HyD3 (2.1 MB, xyz) {
DAPI_PMT GFP_HyD1 Mitotracker Red_HyC | Delete

DAPI_PMT GFP_HyD1 mCherry HyD3 (3.1 11 Heaiimo 2
DAPI_ PMT dTomato_HyD3 (2.1 MB, xyz) |
DAPI PMT GFP_HyD3 (2.1 MB, xyz) |

Save as...

4 Configurations.lif (27.0 MB) =3 Create Collection

DAPI_PMT_488_HyD 568 HyD (786 KB, xy: @
DAPI_PMT_488 HyD1_594 HyD3 (3.1MB
DAPI_PMT 488 HyD3 (2.1 MB, xyz) (%]
DAPI_PMT 488 HyD1 568 _HyD3 647 HyD3 &
DAPI PMT 568_HyD3 (2.1 MB, xyz) (%)
DAPI_PMT 594 HyD3 (2.1 MB, xy2) el
DAPI_PMT 647 HyD3 (2.1 MB, xyz) (%)
DAPI_ PMT GFP_HyD1 Mitotracker Red HyC
DAPI_PMT GFP_HyD1 mCherry HyD3 (3.1 &
DAPI_PMT dTomato_ HyD3 (21MB,xyz) &
DAPI_PMT GFP_HyD3 (2.1 MB, xyz) (%)

Cut Ctrl+X
Copy Ctrl+C
Export >
Recalibrate Image
Properties

Open in new viewer
Open file location

Apply image settings

BESL FOCuUs

Close All



47.
48.

49.

Go to the Acquisition tab.

Click on a Sequence and check
to make sure the light path
settings are as you want them.
Check the other Sequences.

Rotation :

Pinhole

v Z-Stack:

Begin #

— |

z-Galvo v ©

Q ~

Nr. of Steps

Z-Step Size

System Optimized
Z-Compensation :
Galvo Flow :

Travel Range [pm] :

v Sequential Scan

Seq.1 Seq.2

Open projects

Z Position [pm] :
0.00 | =
Z Size [pm] :

0.00 | =

v Internal

Acquisition

Gain [%]:

Standard ¥

ALEXA 568 ¥




Open projects Acquisition

¥ Acquisition Mode

XyzZ - ”nl'.l

v XY:512x512 | 400 Hz | 1.00 | 1.00 AU
50. Check to make sure Format [frame size],

Speed [scan speed], Zoom Factor, Average @ FLILE o2%517
and Pinhole are as you want them. Apply Speed:
Image Settings will not set these for you. Bidirectional X :

Zoom Factor :

Zoom in: .

Image Size : 4.65 mm * 4.65 mm
Pixel Size : 9.1 uym * 9.1 pym
Optical Section : 236.046 ym ©

Pixel Dwell Time : 1.2 ps Frame Rate: 0.092/s

Line Average :
Line Accu :
Frame Average :
Frame Accu :

Rotation :

Pinhole




Once your configurations are set, click the paper+icon to create a new project.
Highlight that new project, testO01.

Right click the box icon.

Highlight Save as to select it.

(o) TCSSP8 ¥ Configuration

Open projects Acquisition v Load | Save | Roi

(o) Tessps A (© TCS SP8

@. ES = E > @ == Load/Save single setting :
Open projects Acquisition Open projects Acquisition

4 Configurationslif (27.0 MB) =

: = DAPI_PMT_488_HyD_568 HyD (786 KB, xy: §

g¢ E% ‘ K E [;—} !3_] == @‘ e ¥ = A E_] == DAPLPMT._488_HyD1_594 HyD3 (3.1 MB §

DAPI_PMT 488 HyD3 (2.1 MB, xy2) &

: : = DAPI_PMT 488_HyD1 568_HyD3 647_HyD3 &

AConbol New Project () MB) e 4 Configurations.if (27.0 MB) = DAPL PMT 568 HyD3 (2.1 MB, xy2) Q

DAPLPM1_485_HyD_568 HyD (786 KB, xyz § DAPI_ PMT_488 HyD 568 HyD (786 KB, xy: @ DAPI_PMT 594 HyD3 (2.1 MB, xy2) e

DAPI_PMT_488 HyD1_594 HyD3 (31MB § DAPLEMTGH HYDS (1 ME, 3y2) ®

DAPI PMT_488 HyD1_594 HyD3 (3.1 MB (%) DAPI_PMT GFP_HyD1 Mitotracker Red_HyC &3

DAPL PMT 488 HyD3 (2.1 MB, xy2) P DAPL PMT 488 HyD3 (2.1 MB, xyz) ® DAPL PMT GFP_HyD1 mCherry HyD3 (31§

5 = DAPI_PMT 488_HyD1 568 HyD3 647_HyD3 & DAPI PMT dTomato_ HyD3 (21 MB,xyz) &

DAPL_PMT 488 HyD1 568 HyD3 647 HyD3 & e e bt M DN e

DAPI PMT 568 HyD3 (2.1 MB, xyz) (%] i = : © test001 (O byte) =

DAPL_PMT 594 HyD3 (2.1 MB, xy2)
DAPLPMT 594 HyD3 (2.1 MB, xyz) el DA VT Ut G ps - ces
DAPI_PMT 647 HyD3 (2.1 MB, xy2) e

. DAPI_PMT GFP_HyD1 Mitotracker Red_HyL &g Save All LIShifles
DAPI_PMT GFP_HyD1 Mitotracker Red HyC 9 DAPL PMT GFP_HyD1 mCherry HyD3 (3.1 Save e
DAPI_PMT GFP_HyD1 mCherry HyD3 (3.1 (%) DAPL PMT dTomato HyD3 (21 MB,xyz) & Create Collection
DAPLPMT dTomato HyD3 (21MB.xyz2) @ DAPI PMT GFP HYD3 (2.1 MB. xv2) ® -

DAPI_ PMT GFP_HyD3 (2.1 MB, xyz) (ve) test001 (0 byte) a Rename
Export

(
Close Project Ctri+w

Append to 3D Image Analysis Images
Open in MMAF

Close All




55. Select the Data (E:) drive.
56. Select your folder.
57. Create new folder.

K save s

@U ! » Computer

Organize v New folder

» Favorites

Bl Desktop

@ Downloads

| Recent Places [
o 010417
4 Libraries

| Documents

J> Music

| Pictures { l

£
o7

8 videos

1M Computer
&, svysTEM (C)

IMP (D2
55

s CODEVIETER (G:) {

€l Network Configurations

8 FR-W-5081995
1M LEICA-SPBEXP-WS

File name: test00L.lif

031517 Single
Location Time
Series

Live Data Mode
Screen Shots

051517 Spinning

Disk

|

MetaData

1

011017

1

052217

Uncertain source
images 122016

Save as type: {Leica Image File (LIF) (*.if)

# Hide Folders

5
2> @
012017 012717 020317 020717 021617
{
! i l i l ! l
053017 082217 Autofocus Autofocus Autofocus Single
030617 Screen 030717 Location 030617
Shots
Area 3.Iif Live Datz Mede Rotation 0.0.1if Rotation 45.0.1if Single location
Practice.lif Time Series.lif
»
»
»
Foider
S [L] Cancel
Bitmap image

&)

G B @5 B

Contact
Journal Document
Compressed (ipped) Folder
Rich Text Document

Text Document

‘WIBU Control File

Comoressed (ziooed) Folder



58. Name folder and click to open it.

N savess (==
@Uv[ » Computer » DATA (E:) » Kim Peifley » pel [
Organize v New folder =] - @
- Favorites
Bl Desktop
& Downloads | | ] ] ]
© i i
=] Recent Places { L L L L E L £
010417 010617 010917 011017 012017 012717 020717 021617
~a Libraries
::} Documents
J" Music
|| Pictures i g i i [
B videos K [ S R g [
021717 031517 Single 051517 Spinning 052217 053017 082217 082417 082517 Autofocus
8 Computer Location Time Disk 030617 Screen
Tk P Series Shots
&L, SYSTEM (C)
ca TEMP (D) — S At
a DATA (E)
CODEMETER (G:) 5 i I |
= i i £ i
‘\ﬂ Network Autofocus Autofocus Single Configurations Live Data Mode MetaData Uncertain source Area 3.Iif Live Data Mode Rotation 0.0.1if
18 FR-W-5081243 030717 Location 030617 Screen Shots images 122016 Practice.lif
1M FR-W-5081995 L L
1M | EICA-SPBEXP-WS
Rotation 45.0.1if Single location
Time Series.lif
File name: test00L.lif =
Save as type: | Leica Image File (LIF) (*.lif) v]
4 Hide Folders [ Save ] [ Cancel ]




59. Rename test00L1.lif Project file.
60. Click Save.

File name: test00Llif |59

Save as type: | Leica Image File (LIF) (*.1if)

X save As

@l_r\-jl'| ;v Computer » DATA (E:) » Kim Peifley » 082417

Organize « New folder

- Mame
i Favorites

Bl Desktop
& Downloads

| Recent Places

- Libraries
3 Documents
rJT Music
|| Pictures

E Videos

1% Computer
&, sYsTEM (C)
a TEMP (D9)
a DATA (E)
s CODEMETER (G:)

?ﬂ Network
(Ml FR-W-5081995
/M) | EICA-SPSEXP-WS

Date modified

Type

Size

No items match your search.

- |‘f | | Search 082417 . |

File name: | Kim data 082417 59

-

ave as Lype: | Leica lmage File (*.lif)

)

4 Hide Folders

60 o] e |



You now want to remove the Configurations.lif file so you don’t accidently
A. Change the saved configuration.
B. Save your datain the Configuration folder instead of your own folder.

61. Highlight the Configurations.lif project.
62. Right click on the file box icon.
63. Highlight to select Close Project.

o TCSSP8 %

() TCS SP8

A :
Open projects Acquisition o TCSSP8 v Configuration

Open projects Acquisition

Open projects Acquisition -

Load | Save | Roi

BB » B E 2 ga

Load/Save single setting : 'Leica Settingd

B B B

BB » B BE @ I

4 Configurations.lif (27.0 MB) =

. 4 Configurations.lif (27.0 MB) =
DAPI_PMT_488_HyD_568_HyD (786 KB, xy: § Close Project Ctri+W
DAPI PMT_488 HyD1_ 594 HyD3 (3.1 MB § Save Project CLIU+S
DAPI_PMT 488 HyD3 (2.1 MB, xyz) 8
DAPI_PMT 488 HyD1 568_HyD3 647_HyD3 8
DAPLPMT 568 HyD3 (2.1 MB, xy2) § Ve aes
DAPI_PMT 594 HyD3 (2.1 MB, xyz) g Create Collection
DAPI PMT 647 HyD3 (2.1 MB, xyz) § Delete
DAPI PMT GFP_HyD1 Mitotracker Red HyL §
DAPI_PMT GFP_HyD1 mCherry_HyD3 (3.1 6
DAPI PMT dTomato_HyD3 (2.1 MB,xyz) §
DAPI_PMT GFP_HyD3 (2.1 MB, xyz) 8 Append to 3D Image Analysis Images

Kim data 082417.lif (0 byte) H] Open in MMAF

4 Configurations.lif (27.0 MB)
DAPI_PMT_488_HyD_568_HyD (786 KB, xy:
DAPI_PMT_488_HyD1_594 HyD3 (3.1MB &
DAPI_PMT 488 HyD3 (2.1 MB, xyz) [
DAPI_PMT 488_HyD1 568_HyD3 647 _HyD3 &)
DAPI_PMT 568 _HyD3 (2.1 MB, xyz) e
DAPI PMT 594 HyD3 (2.1 MB, xyz) (57}
DAPL PMT 647 HyD3 (2.1 MB, xyz) (%
DAPI_PMT GFP_HyD1 Mitotracker Red_HyC &3
DAPI_PMT GFP_HyD1 mCherry HyD3 (3.1
DAPI_PMT dTomato_HyD3 (2.1 MB, xyz)
DAPI_PMT GFP_HyD3 (2.1 MB, xyz)

Kim data 082417.lif (O byte)

UAFL_FIVII_455_MyU_J05_NyU /50 Kb, XYz QD
DAPI_PMT_488_HyD1_594 HyD3 (3.1 MB §
DAPI_PMT 488 HyD3 (2.1 MB, xyz) (%)
DAPI_PMT 488 _HyD1 568_HyD3 647 HyD3 &
DAPI_PMT 568 HyD3 (2.1 MB, xyz) (%
DAPI_PMT 594 HyD3 (2.1 MB, xyz) &
DAPI_PMT 647 HyD3 (2.1 MB, xyz) (%)
DAPI PMT GFP_HyD1 Mitotracker Red_HyC &3
DAPIL_PMT GFP_HyD1 mCherry HyD3 (3.1
DAPI_PMT dTomato_HyD3 (2.1 MB, xyz)
DAPLPMT GFP_HyD3 (2.1 MB, xyz)
Kim data 082417.lif (O byte)

Save All Ctrl+Shift+S

Rename

Export

Close All




64. You should now see only your current project for
today. Your images will appear beneath this project.

(©) TCS SP8

Open projects Acquisition

Kim data 082417.lif (O byte)




You can use Dye Assistant to set up your beam path [light paths] but you
will have to make adjustments to the set up.

65. Click on Dye Assistant.

Objective : HC PLFLUOTAR 25x/007DRY ¥ &

Beamsplitter : v Autoselect

Fluo Turret :
Y Configure the beam path with the Dye Assistant

Specimen



o

Please selectadye >>> PMTorHyD v+ 1N
Recent Dyes
DAPI

EGFHP
ALEXA 568
ALEXA 647
ALEXA 488
66. Click on the box with the ... Jo
67. Select dye either in the Recent Dyes box or the

) All Dyes
All Dyes box below it.

ALEXA 488
ALEXA 514
ALEXA 532
ALEXA 546
ALEXA 555
ALEXA 568
ALEXA 594
ALEXA 633
ALEXA 647
ATTO 488
ATTO 647N
ATTO 655
BODIPY FL
Calcein Green

Calcein Red




68.
69.

70.

71.

Continue for other dyes.

Now you see all your
dyes and below the
choices for light path
settings.

Frame or stack
sequential, 3 sequences
is what you want.

Click Apply in that
section.

DAPI
ALEXA 488
ALEXA 594

Dye

DAPI
ALEXA 488
ALEXA 594

Dye

DAPIL
ALEXA 594
ALEXA 488

Dye

DAPIL
ALEXA 594
ALEXA 488

Dye

DAPI
ALEXA 488
ALEXA 594

Dye

DAPI
ALEXA 488
ALEXA 594

Crosstalk

Crosstalk

Crosstalk

Crosstalk

Crosstalk

PMTorHyD ¥
PMTorHyD ¥
PMTorHyD %

PMTorHyD ¥

INUI T STyuCtiual

-

Line sequential, 2 sequences

Frame or stack sequential, 2 sequences

Line sequential, 3 sequences

Frame or stack sequential, 3 sequences




Specimen

7

¥ Internal

72. Go to sequence 1. Z position [umi :
You now need to e

. . SR Z Size [pm] :
adjust the settings. —

Gain [%]: ¥ Standard ¥

z-Galvo ¥ | '©
® 0

Nr. of Steps

Z-Step Size

System Optimized
Z-Compensation :
Galvo Flow :

Travel Range [pm] :

v Sequential Scan

seq.1 | Seq.2 | 'Seq.3

Between Lines
Between Frames

Between Stacks




73. On the HyD 1 detector, change DAPI to None.

¥ Internal

Gain [%]: 100.0 Standard ¥ DAPI ¥

I 580 None A

ALEXA 488

ALEXA 514

ALEXA 532

ALEXA 546

ALEXA 555

ALEXA 568

ALEXA 594

ALEXA 633

ALEXA 647

ATTO 488

ATTO 647N

ATTO 655

BODIPY FL

Calcein Green

Calcein Red

Cerulean

Chromeo 488 GAR

Chromeo 494 GAR

Chromeo 505 GAM

Chromeo 546 GAR

Chromeo 642 GAR

Citrin

Cy3

Cy5

Cy7

nANDT




v Internal

74. Turn off the HyD 1 detector.
75. Turn on the PMT 2.

\ 4

Offset [%] :
(




76. Change the pseudo color.
A. Click on the green circle.
B. Highlight Blue to select it.
C. Check that the circle is now blue.

M. O

| Green
Red
Blue
- ey
B cyan
Magenta

S veilow

R&B

B soectum
SpectrumlLog
D GoviDark
T ciov
D G ov (0)

D G lov (U)
D v (03U)
D Gy (0&)

P.Color 1

P.Color 2

- P.Color 3

P.Color 4

P.Color 5
P.Color 6

- P.Color 7

Geo (L&S)
Geo (1)
Geo (S)

Black

v




v Internal

Offset [%] :
i

77. Move the sliders to shrink the gray slider
area and move to the left out of the way.

Internal

Offset [%] :
[




¥ Internal

78. Click on the Yellow bars and create
your emission filter for DAPI.

Offset [%] :
i

v Internal

Gain

PMT 2: ON . Offset [%] :

Beain Inm1 : End Inmil:
415.068 | = 490 | =




79. On PMT 2 detector change the name from None to DAPI.

v Internal

Offset [%] : X None ¥

ATTO 647N
ATTO 655
BODIPY FL
Calcein Green
Calcein Red
Cerulean
Chromeo 488 GAR
Chromeo 494 GAR
Chromeo 505 GAM
Chromeo 546 GAR
Chromeo 642 GAR
Citrin
Cy3
Cy5
Cy7
DAPL
Dendra2 (G)
Dendra2 (R)
Doxorubicin (free)
DSRED
dTomato
EBFP
ECFP
EGFP
EYFP

FAM




80. This shows the HyD 1 detector as None and the PMT 2 detector as DAPI.

Gl

¥ Internal

600
I 1

Offset [%] :
i




81. Click on Sequence 2 [Seq. 2].

Specimen

G

¥ Internal

Z Position [pm] :
0.00|%
Z Size [pm] :

-

0.00 | &

Offset [%6] :

Q 0

Nr. of Steps

Z-Step Size

System Optimized
Z-Compensation :
Galvo Flow :

Travel Range [pm] :

¥ Sequential Scan

Seq.1 Seq. 2 Seq. 3

Between Lines
Between Frames

Between Stacks




v Internal

82. Turn off the PMT 2 detector.
83. Turn on the HyD 1 detector.

Gain [%]: 1 Standard ¥




I OO

84. Change the pseudo color.
A. Click on the gray circle.
ey B. Highlight green to select it.
Blue C. Check that the circleis now green.

- ey
Cyan
Magenta

S o

R&B
B spectrum
i SpectrumlLog
GlowDark
Glow
Glow (O)
i Glow (U)
] Glow (O&U)
D sy (0&U)
S - color 1
P.Color 2
- P.Color 3
P.Color 4
P.Color 5
P.Color 6
- P.Color 7
Geo (L&S)
Geo (L)
Geo (S)
Black

| Green




[
Gain [%]: i Standard ¥

85. Move the sliders to shrink the gray slider
area and move to the right out of the way.

v Internal

Standard ¥




86. Create your emission filter for Alexa 488 on
the HyD detector.
A. Click on emission filter [blue box].
B. Enter numbers of the emission filter.
C. See new emission filter.

on [

Beain Inm1 : End Inml ;
488 | = 550 | =

=

Internal

v Internal

Gain [%]:

Gain [%]:

100.0

Standard ¥

Standard ¥




Gain [%]: i Standard % None ¥

D MNone A

ALEXA 488

ALEXA 514

ALEXA 532

ALEXA 546

ALEXA 555

ALEXA 568

ALEXA 594

ALEXA 633

ALEXA 647

ATTO 488

ATTO 647N

ATTO 655

BODIPY FL

Calcein Green

Calcein Red

Cerulean

87. On HyD 1 detector change the Chromeo 488 GAR
name from None to Alexa 488. Chromeo 494 GAR

Chromeo 505 GAM
Chromeo 546 GAR
Chromeo 642 GAR
Citrin

Cy3

s

Cy7

mAnT

¥ Internal

Gain [%]: ] Standard ¥ ALEXA 488 +

el |




88. Click on Sequence 3 [Seq 3].
89. Check the lightpath to see if it needs to be changed. In this case it does not need adjusting.

Specimen

7

v Internal

Z Position [pm] :
0.00 |+

— Z Size [pm] :
0.00|<

o 20U
Q ® Gain [%]: ; Standard ¥ ALEXA 594 3
Nr. of Steps
Z-Step Size
System Optimized
Z-Compensation :
Galvo Flow :

Travel Range [pm] :

v Sequential Scan
Seq. 1 Seq. 2 Seq. 3

Between Lines
Between Frames

Between Stacks




Objective : HCPLAPO CS2 63x/1400IL ¥

Beamsplitter :

Fluo Turret :
bpecimen

If you click on the objective icon next
to the objective window it will open up
the Objective Configuration window.
This will give you the details of the Objective Configuration
selected objective.

Selected Objective : HC PL APO CS2  63x/1.40 OIL

\\

¥ Objectives

HC PL FLUOTAR 2.5%/0.07 DRY
HC PL FLUOTAR  5x/0.15 DRY
HC PLAPO CS2 10x/0.40 DRY
HC PL APO CS2

HCPLAPO CS2 63x/1.40 Ol

HC PLAPO CS2 100x/1.40 OIlL

¥ Objective Attributes

Type: Resolution XY(488nm) : 3 Phase Ring :
Magpnification : Resolution Z(488nm) : IC Prisms :
Numerical Aperture : 1 Free Working Distance : 4 Technique :
Immersion : Focus Depth : Cond. Prism DIC :

Coverglass : ),17 Focus Offset : ) Order Number :




90. Clean the objective using lens paper and Sparkle.

91. Place oil on the slide or on the objective.

92. Place sample on microscope and use the clips to secure it in place.
93. Raise the objective by turning the focus knob away from you.

)

‘YP,;'F lmnorsio*‘4

Y 10180 8036
\ §l'5]80 v.:46

Leica M’gasitf?
"'v... Ernst-L€ aun(j‘:

35578 We' 7
\ +49(0)64 ¢ ’




Stage movement and Focus controls:

Selecting Coarse or
Fine movement in Z

Selecti
Fine m




If focus seems to be moving too little:
« On thetouch screen select the XY, Zicon.
« Under Microscope select Coarse.

o




To View Sample Through the Eyepiece

Using the touch pad on the microscope stand:

94. Select the color and contrast icon.
95. Under Incident select FLUO.
96. Select the FLUO-Filtercube you want.

97. Select IL-Shutter. Yellow light indicates light is on.
98. After you get focus, select IL-Shutter to turn off light. Gray light indicates off.
99. You can also turn the light on and off from the Microscope window.

If you do not see any light coming from the objective see the next page to troubleshoot.

Transmitted Incident 95 Combi

CS 4

IL-Shutter ®
FLUO-Filtercubes

96

27

e

(Contrast-Method: FLUO 1[ Z-Position
Filtercube: FITC -101 pm
jective: 1.4 Imm — N
Objective: 63x / e
Position ©
=

Magn.-Changer: 1x
@Q Port: Eyepieces
L

Shutter 99

FIM
| SoaEE. O

Lamp

Field

| — [SERE




If vou do not see any light coming from the objective.

* Check the light source box. The Intensity is likely too low. Turn it up. The second white dot is usually good enough.
* On the microscope check the side of the condenser arm. It should be Brightfield not Digital Lightsheet.

Digital @

LightSheet

| | Digital
Brightfield LightSheet

Shutter

Brightfield




On the Microscope Touch Screen:

« Select the Objective Window.

* Check the “Port:” section — it should be the Eyepiece
icon in red not the cameraicon.

Total Magnification on q @ L r:_J’ Total Magnification on —}

Eyepieces  630.00x Eyepieces  50.00x

| \§

. Objective Nosepiece-Mode: Dry

Port: Eyepieces 100% " Port: Right 100%

Objective Nosepiece-Mode: Immersion

2
x."‘

O ()

G| @

-8 Eye piece

Magn.-Changer

Side port camera




2 ;
LA

Contrast-Method: FLUO 1 Z-Position
Filtercube; RHOD [ =155 pm |
Objective: 63x / 1.4 Imm — e W

‘O
Magn.-Changer: 1x
E% Port: Eyepieces Position ©
y —

—

If you have a very small viewing area:
+ Select Microscope icon on the touch pad. Shutter Ax

| FIM is
° i i : + Ak
| Afeidof sisgood o em e = B




Control Panel

Located beneath the monitor.

When you hit either high or low limit
of any control you will hear beeps.

Scan Field Rotate:

Smart Gain: Smart Offset: Rotating the field Pinhole: Zoom: Z Position:
Adjust the gain. Adjust the offset. of view. Adjust pinhole Adjust the Zoom. Focus adjustment
and to set Z stack

e |

Smart. Offset 5can Field Rotat Pinh
3.0 7% 0.0 ° .50 AU




Aonoitons| % | D (E) @ P [ @) 3 sa3s%

Scan Field Rotate Example:

Scan Rotation of 0° [top] and 45° [bottom].
This can be done from the Control Panel [A] or
software [B].

31| (2 koY) =il A ks | A=Y | 53

1
)jn | L
g

v XY:512x512 | 400 Hz | 1.00 | 1.00 AU

Format : 512x512 +

- . Speed : 400 ¥ ©
ch'm FIEI d Rotat Bidirectional X : | ok
LR

Zoom Factor : 1.00
Zoom in: .
Image Size : 184.52 ym * 184.52 ym
Pixel Size : 361.1 nm * 361.1 nm
Optical Section : 0.895 ym ©
Pixel Dwell Time : 1.2 s Frame Rate: 0.093/s

Line Average :
52

Line Accu :
Frame Average : B m
Frame Accu :

Rotation :

Pinhole




Back on the software:
100. Select the Sequence you wish to scan first.
101. Click Live. This is a fast XY scan.

Note: Scan and reaction to adjustments are slower than you may be used to on the Zeiss microscopes. Be patient.

¥ Sequential Scan

Seq.1 Seq.2 Seq.3

Between Lines

Between Frames

Ammm‘




102. Click the LUT button.
103. Blue is saturation. Green is below detection [not seen here].

Aneotations ‘\‘,

I T s
E o o) et i e e

255
255




104. One way to adjust the gain is from the control box.
105. The offset can be adjusted from here too.
106. If you see Smart Offset disabled it means you cannot adjust the offset. This is usually when you select the HyD detector.

106

104 105

Smart, Offset ' Smart Offset,
8.0 % disabled




107. Another way to adjust the gain is to click on the gain in the software which brings
up aslider. You can use the mouse to move the slider or the scroll bar on the
mouse to adjust the gain.

108. Select the next Sequence and repeat the steps.

109. Repeat until you have gone through all your dyes.

v Internal

108

¥ Sequential Scan

Seq.1 Seq. 2 Seq.3

Between Lines

Between Frames

Offset [%] :




110. To adjust the laser power click on the button of
the laser you wish to adjust then either use the
scroll bar on the mouse to adjust or click on the
laser power % and type in number you want.

% 0.00 o, 1.00 0.00 0.00

|

O O O
488 552 638




111. To get out of the LUT settings box click the box again and you get a gray

scale view.
112. Click the gray scale view box to get back to a colored image view.

Anvotatiore %

il il
= =
= =
% B
= 3
= =
g il
sl

al




113. The Pinhole can be adjusted from the Control Panel [A] or from the software [B].

v XY: 512x512 | 400 Hz | 1.00 | 1.00 AU
v XY:512x512 | 400 Hz | 1.00 | 1.00 AU

Pinhole
1.66 AU

Format :

Speed :
Bidirectional X :
Zoom Factor :
Zoom in:

Image Size :

Pixel Size :

Optical Section :

Pixel Dwell Time : 1.2 ps

Line Average :
Line Accu :
Frame Average :
Frame Accu :

Rotation :

Pinhole

512 x 512
400

[ o

184.52 ym * 184.52 pm
361.1 nm * 361.1 nm
0.895 pm (4]

Frame Rate: 0.093/s

Format :

Speed :

Bidirectional X :

Zoom Factor :
Zoomin:
Image Size :
Pixel Size :
Optical Section :
Pixel Dwell Time : 1.2 ps
Line Average :
Line Accu :
Frame Average :
Frame Accu :
Rotation -
Pinhole

Unit :

Pinhole: —©

Emission A [nm] : = 580

512 x 512
400 ¥

[|OFF]

1.00

[|OFF]

184.52 pm * 184.52 ym
361.1 nm * 361.1 nm
0.895 ym ©

Frame Rate: 0.15/s

N

SHOE
B o 8

AU % Ayl
1.00

95.48 uym = 1.00AU

Pinhole

Unit :
Pinhole :

Emission A [nm] :

A
Airy 1
1.00
95.48 um = 1.00AU




Format :

Speed :
Bidirectional X :
Zoom Factor:
Zoom in:
Image Size :
Pixel Size :
Optical Section :
Pixel Dwell Time : 1.2 ys

Line Average :

Line Accu:

UMWA Frame Average:
Frame Accu:

Rotation :

Pinhole

Selecting the Frame Average:

114. Go to the Frame Average window
115. From the drop down menu select 4.

116. See the average you selected in the window.

Frame average will collect sequence 1 then 2 then 3 and repeat this 4 times for the average.

512x512 % ©

400 + ©
o7

1.00

Mo

184.52 pm * 184.52 pm
3611 nm * 361.1 nm
0.895 um ©

Frame Rate: 0.099/s

\34}@

@ Format :

Speed :

Bidirectional X :

Zoom Factor :
Zoom in:
Image Size :
Pixel Size :
Optical Section :
Pixel Dwell Time: 1.2 ys

Line Average :

Line Accu :

Frame Average :

Frame Accu:

Rotation :

Pinhole
v Z-Stack:
Begin #

¥ @

=

S e B WN - 4

[

REEELBEER

512x512 ¥+ ©
400 v ©

[ JOFF]

1.00

[ |OFF}

184.52 ym * 184.52 ym
361.1 nm * 361.1 nm
0.895 um ©

Frame Rate: 0.099/s

Z Position [pm] :
0.00|%

@ Format :

Speed :
Bidirectional X :
Zoom Factor :
Zoom in:

Image Size:

Pixel Size :

Optical Section :

Pixel Dwell Time : 1.2 ps

Line Average :

Line Accu:

116 Frame Average :
Frame Accu :

Rotation :

Pinhole

512x512 ¥
400 +

EE

1.00

Mo

184.52 pm * 184.52 pm
361.1 nm * 361.1 nm
0.895 um ©

Frame Rate: 0.098/s

AL
Ok
P28




If you wish to Select the Line Average instead:

117. Go to the Line Average window
118. From the drop down menu select 4.
119. See the average you selected in the window.

Line average will create Sequence 1 4 times for the average and then repeat for other sequences.

¥ XY:512x512 | 400 Hz | 1.00 | 1.00 AU i)

Format :

Speed :
Bidirectional X :

Zoom Factor :
Zoom in:
Image Size :
Pixel Size :
Optical Section :

Pixel Dwell Time : 1.2 ps
117 Line Average :
Line Accu :
Frame Average :
Frame Accu :

Rotation :

Pinhole

512x512 + ©
400 ¥+ ©
[ OFE]

1.00

o

184.52 ym * 184.52 pym
361.1 nm * 361.1 nm
0.895 pm (4]

Frame Rate: 0.054/s

Al
<10 >

[2{}2\.

v XY: 512x512 | 400 Hz | 1.00 | 1.00 AU

Format : 512x512 ¥ ©

Speed : 400+ ©

Bidirectional X : .
Zoom Factor : 1.00
Zoom in: .
Image Size : 184.52 ym * 184.52 um
Pixel Size : 361.1 nm * 361.1 nm
Optical Section : 0.895 ym ©

Pixel Dwell Time : 1.2 ps Frame Rate: 0.054/s

Line Average : & 4} a
<1 @ o>
27 S

Line Accu :
Frame Average :
Frame Accu :

Rotation :

5
1
2
3
4
5
6
7
8

Pinhole

v Z-Stack:

RER 5

Begin #

0
(=)}

&

v XY:512x512 | 400 Hz | 1.00 | 1.00 AU

Format :

Speed :

Bidirectional X :

Zoom Factor :

Zoom in:

Image Size :
Pixel Size :

Optical Section :

Pixel Dwell Time : 1.2 ps

119 Line Average :
Line Accu :

Frame Average :

Frame Accu :

Rotation :

Pinhole

512x512 ¥
400 v

[OFe]

1.00

oFe]

184.52 ym * 184.52 ym
361.1 nm * 361.1 nm
0.895 um '@

Frame Rate: 0.068/s

Al
A0 >

Bgﬁ




120. Click Start to acquire a multi-color image.
121. Click Capture Image to get a single color image. The color will be the Sequence that is selected. In this case Seq. 2.

121

* Sequential Scan

Seq.1 Seq. 2

Between Lines

Between Frames




Contrast adjust
the window that
Is selected and
highlighted in
white. In this
example blue.

a)
(¥
£
=
)
==
=
T
=
=
1l
ki
255
25

122. Image in Split Channel View.

e AN R S Al O W C Gl S A A

nmoow >

®

Create another viewing window so
you can view multiple images.
Merge Channels.

Ch1l turn off and on. Red is on.

Ch2 off and on.

Ch3 off and on.

Will show split channels as well as a
merged channel window.

Gallery view.



Rotate
between
color, LUT
and gray
scale view

Annotations

s
=
=z
T
1l
ki

3

Add scale bar

123. Image in Merge View.

Zoom in and out

at

>

nmooOw

Create another viewing window so
you can view multiple images.
Split Channels.

Ch1l turn off and on. Red is on.
Ch2 off and on.

Ch3 off and on.

Gallery view.



Saving Projects and Images



Open projects Acquisition

v Acquisition Mode

Saving Image:

1. Click Open Projects Tab.

2. Highlight Project you wish to save..

3. Click on floppy disc icon to right of Project
name. If you hover the mouse over it you E» B » Eal G-
will see Save Project.

Open projects Acquisition

4 test (24 MB) =
SeriesO01 (786 KB, xyz)
Series002 (786 KB, xyz)
Series003 (786 KB, xyz)

4 test (24 MB) =S
SeriesO01 (786 KB, xyz) Save Project

Series002 (786 KB, xyz) w
Series003 (786 KB, xyz) (%)




a s

© N O

Select the Data (E:) drive to save data locally.
Select your folder or create a folder with your
name.

Click on folder to open.

Create folder for today’s work.

Click on that folder to open it.

TR AR

(.)#l-= » Computer » DATA(E) »

Organize v New folder

4 . Favorites Name

M Desktop
13 Downloads

Date modified Type

12/20/2016 5:39 PM  File foider
1/9/2017 1:32 PM File folder
1/12/2017 10:53 A...  File folder
1/19/2017 1105 i

<» Recent Places | Hanhan Liu
‘ Iim I "InlﬁaVP\l
4 | Libraries 5 }. Kim Peifley
> [, Documents I Kuo-Hui Su
b 4. Music | Shree Ram Singh | Size: 2.21 GB
b &, Pictures I Tom
> B Videos

Date created: 12/20/2016 1:32 PM

Folders: 010417, 010617, 010917, 011017, 012017, 122016, ...
Files: Rotation 0.0.lif, Rotation 45.0.Iif

1/20/2017 3:22 PM  File folder

[L, » Computer » DATA (E) » Kim Peifley »

= | 49 || Search k

Organize v New folder

. Favorites

B Desktop

13 Downloads
<» Recent Places

- Libraries
'\i Documents

| LN

4
4

| — J et |

010617 010917 011017 012017 1122016

N

|

1

MetaData




8. Name your project.
9. Click Save.

X Save As

%vh » Computer » DATA (E) » Kim Peifley » 012717
Organize * MNew folder

. Favorites Name Date modified Type
M Desktop
¢ Downloads

< Recent Places

] Libraries
' Documents
J' Music
=1, Pictures

S Videos

A Computer
& SYSTEM (C)
= TEMP (Cr)
= DATA (E)
& CODEMETER (G:)
4+ My Passport (H:)

€& Netwark

Size

No items match your search,

~| 4 || search 012717 o

8 File name: Invitrogen Slide 1|

Sawve as type: |Leica Image File (LIF) (~lif)

*' Hide Folders

[ Save J[ Cancel ]




10. The projectis now named. In this example Invitrogen Slide 1. All images
acquired will be listed under this project.

Open projects Acquisition

BB » B E & =

4 Invitrogen Slide 1.lif (2.4 MB)
Series0O01 (786 KB, xyz)
Series002 (786 KB, xyz)
Series003 (786 KB, xyz)




11.

12.
13.

14.

To name your image highlight
image and right click to get menu.
Select Rename.

Window will be highlights so you
can type in new name.

Hit enter to see name.

Open projects Acquisition

BB ®»r B E = =

4 Invitrogen Slide 1.lif (2.4 MB)
Series001 (786 KB, xyz)
Series002 (786 KB, xyz)
Series003 (786 KB, xyz)

Open projects Acquisition

¥ Load | Save | Roi

EE Load/Save single s¢

B R P B E X2 g

4 Tnvitronnan Slida 1 Iif (D 4 MR)

Series001 (786 KB, xyz)
Series002 (786 KB, xyz)
Series003 (786 KB, xyz) Save Project Ctrl+S

Save All Ctrl+Shift+S

Close Project Ctrl+W

Save as...
Create Collection
Delete

Rename

Open projects Acquisition

""" @ "5

A Ir\\lH’rr\non Clida 1 Iif (’) A I\AD)
Image ]J (786 KB, xyz)
SeriesU0Z2 (/86 KB, xyz)
Series003 (786 KB, xyz)



Open projects Acquisition

BB » E 2
New Project
4 Invitrogyen onue 1 (2.4 MB)
Image1 (786 KB, xyz)
Image 2 (786 KB, xyz)
Image 3 (786 KB, xyz)

15. To create a new project click the new project
button in the menu bar..

16. Follow previous instructions to name the project.

Open projects Acquisition

&6 »w @& & o m

4 Invitrogen Slide 1.Iif (2.4 MB)
Image1 (786 KB, xyz)
Image 2 (786 KB, xyz)
Imaae 3 (786 KB. xv7)

Invitrogen Slide 3.lif (0 byte)




17. This shows all the projects and images named for one imaging session.

Open projects Acquisition

E» B » B A

4 Invitrogen Slide 1.1if (2.4 MB)
Image1 (786 KB, xyz)
Image 2 (786 KB, xyz)
Image 3 (786 KB, xyz)

4 Invitrogen Slide 3.lif (1.8 MB)
Image1l (786 KB, xyz)

DIC Image | (1.0 MB, xyz)




Zoom/Crop an Image



Zoom/Crop Imaqing:

There are two ways to zoom or crop image.

Control Panel:

* Adjust the dial to the Zoom
you want and take image.
You can do this while
scanning an image or
without scanning.

«  When you compare an
Image Zoom of 1 [A] to
Zoom of 2.88 [B] you can
see it sets the zoom from
the center of the image.

* You can also Zoom out.
Maximum zoom out is 0.75
[C].




Via the software:

1. Click on Zoom in to turn on.

2. You can now go to the image and draw a zoom window wherever you want. Green box.
3. Toreturnto zoom of 1.0 click the reverse arrow.

@ Format : 512x512 5 © Format : 7\ Format :
(iA)

Speed : 400 v © Speed : 100 4 \iil)

Speed :

Bidirectional X : . Bidirectional X : - OFF] Bidirectional X :

Zoom Factor: O 1.00 Zoom Factor : 1.00

Zoom Factor : 2.88

Zoom in: b2 ) .

Image Size : 64.13 uym * 64.13 pm

Zoom in: "] OFF] Zoomin: on B
Image Size : 18455 um * 184.55 pym Image Size : 184.55 pm * 184.55 um

Pixel Size : 361.15 nm * 361.15 nm Pixel Size : 36115 nm * 361.15 nm Pixel Size : 125.51 nm * 125.51 nm




Z Stack Imaging
and
Maximum Intensity Projection



Y Z-Stack: v Z-Stack: 14.03um | 48 Steps

Begin # E Begin » a A
End [pm]:

Z Position [pm] :

1. Select Sequence. — These

2. Click Live. = e ' (TE ZSlch;mlfv

3. Using the Z position dial on the control panel,change SR 1403 |2
the focus to the point you wish to start imaging. Re-Center
Click Begin. T, 8 D)0, mve

Q0 &0

Change focus to the point you wish to stop imaging.
Click End. s Nr. of Steps

Z-Step Size Z-Step Sze

CI i C k Sto p . System Optimized

Z-Compensation :

NOo Ok

System Optimized
Z-Compensation :

Galvo Flow : Galvo Flow :

Travel Range [um] : Travel Range [um] :

5 :
Sequential Scan v Sequential Scan

Note: Focus has to be changed from the
control panel. If you use the focus knob on the
microscope it will not register that with the
software.

] 7119936 A
1/9/2017 11:22:36 AM | I Autofocus  Stop i 1/9/2017 11:22:36 AM |




14.03pm | 48 Steps i ¥ Y 14pm | 15 Steps

End » End #»
End [um] : —— End [um] :
5.65 T 562 |2
Select the way you want Z _ :
. Begin [um] : Begin [um] :
stack acquired: Set number = T
of _step_s, Set Z step size e =
[slice size], System e 540 |2
optimized. ‘ Z Size [um]: | ZSize [um]:
Z Step Size was selected to — L
set the slice size. Z-Step i Re-Center
size 1p so there will be 15 e @ o Diedin (B): e E @ SkDirecion®:

4 ¥
® 0 @ 0

TS
steps.

Nr. of Steps Nr. of Steps

Z-Step Size Z-Step Size

System Optimized System Optimized
Z-Compensation : Z-Compensation :
Galvo Flow : e Galvo Flow :

Travel Range [um] : Travel Range [pm] :




10. Click Start.

11. You can see the remaining time it
will take to acquire the Z stack in
the bottom menu bar.

12. You can also follow the Z stack
progress on the bar on the right
size of the image.

Remaining Time: 3 min 16 sec
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13. When viewing your Z stack image you can move through the slices using the bar on the right.
14. To get Maximum Intensity Projection click the box below the last channel button.
15. This is your maximum intensity projection image.

Annotations T
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16. To rotate image click the 3D button. This will open a whole new window.
17. Set your parameters.
18. Click Save Image

Projects Annotations
i
Volume Maximum Shadow

Shaded
Depth Coding

Maximum Intensity Image Rotational Image

Vi) - v

Blend Surface

Opacity (@)
Minimum (0]
Maximum (o)
Gamma (@)

Background v Black

Intensity

/|| Draw Frame
Axis Scaling

Scale Bar
Auto-Spin

Motion

Overlay
Channels

Channels and Overlay

Sections

Stereo

Clipping

Movie Editor Save Image...




19. For orthogonal view click the Scissors Icon to the right of the image.
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Z Position [um] :
336 | <

20. To turn off the Z stack click the Trash can icon. Focus [um] :

Z Size [um] :
000 | <

z-Galvo § ©

® 0O

Nr. of Steps

Z-Step Size

System Optimized
Z-Compensation :
Galvo Flow :

Travel Range [um] :




Tiling



Set up your image like normal.

In Acquisition Mode window click on the icon for Define Tilescan Experiment.
If the Stage window does not open automatically, click the arrow next to Stage.
Set Field size.

Slick Start.

abhwbhE

i

Stage

X: 7012 | < |¥: 39.09 | T | [mm]

0.0 25.0 50.0 75.0 100.0 125
ol | I | I

|

Open projects Acquisition

5

Capture Image Start

680 51.0 340 170 0.0
|

.\\.\\

¥ Acquisition Mode

A m] al!
vz s [ P .

Define Tilescan Experiment

Positions :
Calibration
Field size : 3x3
Merge Images : ON .
Basic ~

Auto Stitching ON .
Overlap blending Smooth ¥
Linear blending ON .

Advanced v




The remaining time to acquire
the tile is listed next to the start
button.

You can also follow the
progress of the tile from the
slider at the bottom of the
image window. In this image it
Is now collecting tile 3 of 9.

Remaining Time: 1 min 37 sec
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Annotaticns

Clicking on this icon allows you to see one
position of the tile in split mode.

Use the slide bars to move around the full
tile image.

A
i
!
=
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:
=
1l
a

TileScan_002_Meiging x=1415 y=1430 £=1 (6.2 MB)  Cuisvi : Pus.: 274.46 puri, 23623 pm Inlensily : 4¢



This is the full tile image in merge.

Annotations &
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)\ /

You can turn off Tilescan 2 ways:

1. In Acquisition Mode window click on the icon for Define Tilescan Experiment.
2. Inthe Stage Window click the Trash Icon aka Clear All. Field Size Window Should now be blank.

Open projects

Acquisition Mode

P

XyzZ ¥

Acquisition

7057 | £ [¥:

25.0 50.0

i B )

68.0 510 340 170 0.0

Positions :

Field size :
Merge Images :
Basic

Auto Stitching
Overlap blending

Linear blending

Advanced

75.0 100.0 125
| I

i

37.75 | < | [mm]

Clear all
« - Jration

3x3
oN

7N

on

Smooth ¥

on

v

7057 | < | Y:

T N

68.0 510 340 170 0.0

Positions :

Field size :

Merge Images :
Basic

Auto Stitching
Overlap blending

Linear blending

Advanced

37.75 | = | [mm]

125
S

Calibration

on

A

oNn B

Smooth ¥

on [}

v




