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Leica SPSTED 3x WlLonfocal Laser Scanning Microscopy User Guide

Switch on thePC Micrscopyl)
wait 10 secA Scanner Power
(2) wait 10 secA Laser Power
(3)wait 10 sec Then turn the
LaserEmission key (49n; the
yellowlight will come on
(arrow).

Turn on thelLeica Arc lamp
power supply (5).

For STED Super resolution
imaging, turn the depletion
lasers; turn the keys for 592nm and 640nm lasers > The SHG
Ready LED light should be on green. Turn the key for 775 nm.

Log on ® LASX user account and start theASX program
{ St &é&hbinexlhvé NBZ 2y TAIdENAMSE AR NI YR 6
Microscope For STED super resolutipolickSTED ONClick OK.

(Optior if you will use resonant scanner, click Resonant tp ON

Leica Application Suite X
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Configuration : machinexlhw ¥

Microscope : DMIS ¥

Resonant : .
STED : BEE

Load settings at startup : .
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6. When another message regarding initializing the
stage, click No.

Leica Application Suite X

3.5.2.18963 MICROSYSTEMS

7. Once iitialization finishes, the image acquisition
interface will open.

Microscope Stand

Initialize Stage: DMI8 Stage?

If yes, please protect microscope condenser by limiting stage working area!

Dialog will close automaticaly in 00:01:00 with No selected.

Image viewing area

Image acquisition
condition setting i
mode, scan speed,
laser power,
detector, z-stack

Operatingthe DMi8 microscope.
The SPSTEMDMI8 has the following objectives;

10x HAPLAPO 0.40 NA, WD 2.2 mm

20x HAPLAPO 0.75 NA, WD 0.62 mm

63x HAPLAPO, 1.40 NA, Oil immersion, WD 0.14 mm
100x HCPLAPOQO1.4 NA, Oil STEMVhite, WD 0.13mm

Total Magnification
g ‘ Eyepieces  100.00x
.
Qi) Objective Nosepiece-Mode: Dry
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Magn.-Changer SCAN

Objectives can be selected on the touchscreen panel
LRy aStSOGAy3a 202S0GA@Sa
i.e. dry, it will turn immediately to the selected objective.

However, if you select an objective that requirgsienmersion
medium, the button will flash for confirmation. Touching once

more will take effect.

The X stagemovement and the Z focusing are
controlled by a remote controller on the desk.

The speed of XY stage movement can be
selected byXY Preciser XY Fasbuttons on
the left bottom.



For Z focusing, turning clockwise will objective closer to the sample. You can toggle between Coarse and Fine focu:s
movement by pushing the buttons dhe right bottom.

On the left side of the microscope/ou can
control focus by turning macro and micro focus
knob (arrow direction moves the objective
upward).

1) Shutter buttong turns on/off the light to
the eyepieces.

2) Intensity control knolx; controls he
intensity of either fluorescence or
brightfield light to the eyepieces

3) This button toggles between brightfield
(TL) andFluorescence mode.

On the right side of the microscope/ou also
control the focus with the focus knob.

1) ZFine/Coarse toglg button for focusing
knob.

2) CYconfocal scanning) buttogdirect
the light path to the confocal laser
scanner for imaging.

3) CHG Rhbutton ¢ switch to fluorescence
viewing mode.

4) CHG Thbutton ¢ switch to brightfield
(TL) viewing mode.

U,S, and buttons allows to set the upper and
lower limit of the objective movement.

PushT and Stogether to set the upper limit (the
top green light will turn on) PushT and Sagain
to clear the limit (the light will be off).

Do the same for the lower limit yressing

and Sbuttons together.




This panel will be used most often to change
the viewing mode, i.e. viewing with the
eyepiece in brightfield or fluorescence or

change to confocal scanning for image il
acquisition. |

For viewing with brightfield, touch : DIC cs ¢
BF 4 i R |

TL-Shutter @
RHOD_LP

For viewing with fluorescence light, touch

FLUO ¥ IL-Shutter ® P8

open the shutter for fluorescence illumination.
You can viewthe samplewith eyepieces

between DAPL_LP (blue), FITC_LP Transmitted Incident Combi
(green), and RHOD,_ L (red) filters. _

When you find the region of interest for

imaging, touc to change the

lightpath to the confocal scanning.

IL-Shutter

FLUO-Filtercubes




Basic multicolor Image acquisition

The default starting tab upon starting(is) Acquiretab, where you set the acquisition parameters, sucli2ds

imaging mode (i.e. xyz, xyt, multipoint, sequentiéd),image format (size, speed, optical zoom, line/frame averaging,
pinhole),(4) z stack parameters, ar®) selection and control of lasers and detectors.

Before you set up an imaging condition, cl@édnfigurationtab.




