LAS AF Setup
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1. All hardware has to be switched on

Start LAS AF

Choose configuration: MP_on or MP_ off
Conventional Scanner (Default) or Resonant
Lasers —warm up

Objectives

Beam Path Settings

Control Panel
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Image settings
10. Acquisition Mode
11.Others



Switch on Hardware

Jeica

MICROSYSTEMS

1. Green buttons and turn the key to
On-1 (from left to right)

2. White Light Laser module —

- Turn key to laser on

- Reset interlock

- Press “Emission”

3. Log on Windows: TCS User

4. Wait for microscope to initialize

5. Click on LASAF icon




Jeica

MICROSYSTEMS

Choose from “Configuration”:

- machine_MP-laser-off
- machine_MP-laser-on

- Simulator

Leica Application Suite
Advanced Fluorescence
2.1.0 build 4318

Microscope stand:

Init Hardware Server...

Always DMI16000 started Server MIGRASTSTEMS

Check configuration: machine_MP-Laser-on

Cancal ) Configuration Microscope Stand

machine MP-Laser-off

~ machine MP-Laser-on
SimulatorAFG000
SimulatorSP5




) eica
Choice of scanner L’

MICROSYSTEMS

System is equipped with a
Tandem scanner:

- Conventional

- Resonant (8KHz) | - -
Leica Application Suite
Advanced Fluorescence

2.1.0 build 4316

Seica
Init Hardware Server...

Started Server MICROSYSTEMS
Check configuration: machine_MP-Laser-on

Initialization of scanning (xy)
stage

Cancel ] Configuration Microscape Stand

!] Activate Resonant Scanner

Microscope Stand

Initialize Stage: DMIB000 Stage ?

If yes, please protect microscope condenser by limiting stage working area !
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Leica Microsystems LAS AF - TCS SP5

w |File Help
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0

Begin [pym|

2z-Position [pm]

Q Nr. of staps
Q z-slap size
z-Voluma

Travel Range
g Systam aptimizad

Load,/Save single setting

ROI Scan

!.l ROI !] Bleach Point
. Set Background

Fw  Gain Offset MP1
MP Laser

0% 0% : D%
458 476 488

Laser Power

Capture Imaga




Lasers @

MICROSYSTEMS

Work Flow Bar

Hardware Configuration % 'L‘“’S"‘m é‘
'%‘ 1 %* Currently available Lasers

N E =

Microscope  Objective Laser Beam Path

i

Dyes Cirl Panel Settings Super-Z

IPS Masks

Hardware Configuration

Laser Power b4

Argon  Standby Gumiesss—————— Max D'ﬂ




Objectives
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HCX PL APO CS5 10x 0.4 DRY
HCX PL APOD CS 20x 0.7 IMM
HCX PL APD 40x 0.85 DRY

v HCX PL APO CS 63x 1.2 WATER
HCX PLAPO C5 100x 1.4 OIL

Empty

Maore ...

DRY — air

IMM — multi immersion (water or oil)
Check correction ring

WATER — water

Oil — Qil (fluorescence free)

Important:
» Check Spring cap

» Clean after use or between



Beam Path Settings @

MICROSYSTEMS

e Choose Excitation

il

458 476 496 574
MP Lasar Laser Pawer

There are 2 tabs:

Conventional Lasers v/s

White Light laser




Beam Path Settings

:

e AOBS does the automatic selection
e Activate PMT(s)
e Adjust Spectral Sliders to emission bands

e C(lick Live

e (Capture Image
Will capture a single image or a single sequence

Capture Image

e Start
Will start any sequence or stacks or time lapse




Jeica

Beam Path Settings

Load/Save singla setting

e |nstrument Parameter Settings - IPS
- Leica Settings

- User Settings
PMT Tren: [T

eTransmitted Detector L ScanBF &)
- Bright-field imaging W o

eEmission Peaks of common dyes

ePseudo color




XY: §12x 512 1400 Hz 111 155,00 m * 155.00 m
B Finhole ROI Scan
B sy W ro @) leach Poin
B seBackgrond

Zoomfactor:  Si—————
B zoomin

Image Size: 165,00 pm * 155.00 pm

Pixel Size: 30333 nm * 303.3% nm

p— )

Auto Gain

emTnoot
!_l Active




Leica Control Panel "L’

MICROSYSTEMS

USB Control Panel

Smart Gain Smart Intensity

vy O @

others (250V per turn)

Smart Wavelength

1V per turn
Offzat PMT 1 10V par turn

Offzat PMT 2 100V par turn

Offsat PMT 3 1000V per turn

Offzat PMT 4 othars [250V per tum)
Offzat PMT 5
Dffzsat PMT NDD1
Oifzat PMT NDD2
DOifsat PMT NDD3
Dffzsat PMT NDD4
Offzat PMT Trans
Panning [horiz.b
Panning [vert.}
Phase
Pinhala
Scan Field Rotation

Smart function:

Load,Save control panal setting
T,
> )

Knob will adjust the setting

Save

(eg gain or intensity of the

Smart Gain

T
selected channel/ feature




Image Settings

e 2tabs:

Experiments: Data are classified into a tree.

Data is pre-saved into a Data-Container.

User need to SAVE data to the Hard Drive

Each experiment will create a single file with extension .LIF
User LASAF Lite to view data

Acquisition: Mode, XY... or Sequential
Select mode of imaging

Image format

Scan Speed

Zoom Factor

Image Size / Pixel Size (raster scan)
Averaging

Jeica

MICROSYSTEMS

Experimants Acquisition
i Acquisiion Mode: xyz @ @‘\'
il
o ) o
\ : _
(" 30y: 512512 1400 Hz | 11 155.00 pm * 155.00 ym X

speed: (CUIIENENED @ cicirections X

Zoom facior: ettt
- oo
Image Siza: 15500 pm * 155.00 ym
Pixel Siza: 30333 nm * 303.33 nm !E

A TE [ |
Retation: _” 0.0 =




MICROSYSTEMS

Acquisition Mode "L’

‘ Acguisition Mode: xyz

e Select mode of imaging

exyt — time lapse ( 2:Stack: Q0]

z - Galvo Set Plane )

1N -~ NN

eZ-stack — Begin / End <‘1>
Steps !
B . N a
= t: 11 00:00:00h | 00:00:01.318 h {7 v Begin [um | il
Timednterve: | Oh|[ Om{ /s [318ms
B Vinimize T
z-Position [pm)] 0
Q Acquire until stopped
o ; ; Mr. of staps i
Q Duration d h m ] ms : z-gtep ize ' pm ];}f;
@ Frames 1 EJ =Volume 0 pm

Travel Range 500 pm

- S R—
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Jeica

Others...

BB %

* 2mode of focus: [

z-wide: Microscope focus. - g
Objective turret moves up and down N N
z-galvo: specimen moves n% WO 0% % ’E{
@

e Quick LUT - Saturation

Click once —image is . —

-153 476 aEE aas 514 i 'ﬂ )

displayed to

Ak

overflow/underflow
Click twice —image is displayed RAW (greyscale)
Click thrice — image is displayed as pseudo color

defined




