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Welcome to the Leica 
Sp5 2 Photons Upright  

tutorial.

Before using the Sp5 2 Photons

É You will need to put down your name on the 
reservation system =
http://svintranet.epfl.ch/index.php?option=com
_view&task=view&id=52

Leica Sp5 2 Photons Tutorial

Version 6 28.08.2009
Thierry Laroche  
e-mail :thierry.laroche@epfl.ch
Int. 39603

http://svintranet.epfl.ch/index.php?option=com_view&task=view&id=52
http://svintranet.epfl.ch/index.php?option=com_view&task=view&id=52
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Leica Sp5 2P  Confocal Upright tutorial.

ÉStart Up System. (Page 3)
ÉLaser 2 Photon Chameleon switch (page 8)
ÉSuitable dyes for MP imaging (page 11)
ÉSpectral Data Base (page 12)
É2 Photon Power vs Wavelength (page 13)
ÉUSB Control Panel (page 14)
ÉHardware Setting (page 15)
ÉInstrument Parameter Setting (page 16)
ÉHow to use the microscope DMI6000. (page 17 - 23)
ÉCreate your experiment (page 24)
ÉChoosing the objective (page 25 -26)
ÉEOM or Electro -optical modulator (page 27)
ÉHow to setup the EOM (page 28 -34)
ÉBest compromise of the Gain, Offset VS wavelength (page 35)
ÉNDD = non descanned detector (page 36)
ÉHow to use the NDD PMT (page 37 - 39)
ÉChoose our acquisition setting (page 40 -47)
ÉAcquire an image with a good Grey level (page 48)
ÉSave your configuration (page 49)
ÉHow acquiring a z series éé.step by step(page 50-54)
ÉResolution Rule (page 55-56)
ÉShutting Down the System. (page 57 -59)
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System Start up (step 1)

Å 1) Turn  the Key on position òONó from 
the CHAMELEON power supply.

Å 2) Switch on the Extension cord = (EOM 
,NDD, and Xcite controller.)

Å 3) Wait 30ó

Å 4) Turn on the PC/Microscope  button 
Å 5) Wait 20ó.

Å 6) Turn on the Scanner Power button .
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System Start up (step 2)

Å Turn on the PC

Å Introduce your Username

Å Introduce your Password

Å Introduce your login
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System Start up (step 3)

Å Start the LASAF software.

Å If you want to use the resonant scanner 
Å (8000 HRZ)  select òActive Resonant Scanneró.

Å The conventional scanner is optimized for 
morphological studies. An 8196x8196 pixel 
images can be obtained in combination with large 
field of view

Å The Resonant Scanner work at 16000 Hz in 
bidirectional mode. The system acquires 25 
images per sec with the 512x512 pixels.
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System Start up (step 4)

Å And select òOKó.
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System Start up (step 5)

Å If you want acquiring some Tiled image or

if you want recover some xy position, 
select YES
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How to turn on the Chamelon 2P laser 

Å Under Hardware Configuration and Laser

Å Switch on the Multi -Photon Laser .
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How to turn on the Chamelon 2P laser 

Å Select MP Laser
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How to turn on the Chamelon 2P laser

Å Introduce the Wavelength you want.

Å Switch the MP Shutter (maintain the 
mousse 3ó

Å on the MP shutter Icon)
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Suitable dyes for MP imaging

Dye 1 Photon Ex/Em (nm) 2 Photon Ex (nm)

Gene Expression BFP 395/509 780>820

CFP 434/477 780>840

GFP 488/507 860<960

YFP 514/527 860<960

Yellow Chameleon 434/477-527 780>840

Ds RED 543/580 900<1064

Mito trsacers Rhodamin 123 507/529 780-860

Neuronal Tracer DID 633/665 780

Neurotransmitter Release FM 1-43 510/626 830

Cell Wall Stain Calcofluor White 440/500- 520 780>820

Nucleic Acid Stain DAPI, Hoechst 350/470 780>820

Feulgen 480/560 780>820

Cell Viability Fluorescein Di Acetate 495/520 780>821

Calcium Calcium Green/Texas red (770) 488/530 780

CalciumTexas red (770) 596/620 780

Calcium Green 488/530 780>820

Yellow Cameleon 464/527 780>820

Protein Conjugates AMCA 431/498 780

FITC 490/525 780>820

CY2 489/506 780>800

CY3 550/570 780

CY5 649/670 780>820

TRITC 541/572 800>840

Texas Red 596/620 780
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Spectral Database

Å Under Hardware Configuration

and Dyes,

Å Find the Excitation

and Emission spec. of your 

labelling into the spectral 

Data Base.
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2 Photon Power vs Wavelength
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USB Control Panel

Å Under Hardware Configuration

and Crt Panel,  you can manage 

the Control of the Panel. 

Å Usually the fist knobs is 

dedicated for the Smart Gain .

-The second for Smart Offset .

-The third for Scan Field Rotation .

-The forth for the Pinhole Aperture .

-The fifth for Zoom Factor .

-The six for the Z Position .
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Hardware Setting

Å Under Hardware Configuration 
and Setting.

Å PanningStep size = 3.

Å Line average should be active.

Å Data transfer mode = Direct.

Å 8 bit is selecting by default. 
12 or more if is  for a ratio, 
co-localisation, or high 
resolution image.

Å Active the z-limitation 
movement.






















































































