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Start up procedure
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Turn ON the instrument power
supply left behind the instrument
<1>

Switch ON the computer and the
monitor <2>

Turn the keyswitch on the WLL
(under the table) to the ON position
<3>

Press first the “return” <4> and then
the “emission” <5> button

Open the instrument stage by
dragging the metal drawer <6> (be
careful: after you fully took out the
drawer the stage will move into a
load position mechanically)

Place the imaging chamber in the
stage (must sit correctly on the 3
pins)

Place the sample holder arm in the
imaging position and use the screw
to fix it <7>

Now fill the imaging chamber with
your imaging solution (requires
~500ml)

Take one of the provided sample
holders and fix your sample on it
Place one or more of your samples
on the sample holder arm

Press the button in front of the
drawer <6> and the stage will lift
mechanically

Close the drawer
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Instrument Setup

Start the Imspector Software

Open the [Autosave Settings{ <1>

and use the correct folder location for saving your data
Choose one of the preset laser-setups by clicking and
highlighting the line <2> adjust the “% Laser power” with the
slider below

To set up the lighsheet start with the [Right{ light sheet <3>
Start imaging with the |- Live-| button <4>

Position you specimen in the light sheet with the x-y-z
adjustment wheels <8> ( to do this check with your eyes if
your specimen glows bright in the illumination chamber)
Choose an appropriate magnification for your specimen by
selecting from the drop down menu <5> (Make sure the
objectives are in the rotate position and can freely move)
Within this menu you could also apply an additional zoom by
selecting different lenses from the drop down menu

Now move the Objective into the imaging solution by pressing

the “green objective button” <6> until the objective stops
moving

To set up a better contrast on screen: draw an area around a
bright and/or dark area and hit the contrast wizard symbol in
the upper right corner of the software

Use the autofocus button to focus on \ﬁ;ample <8>, or

focus manually with the appearing slider after hitting the focus

button <8.5>
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Measurement Wizard

<235 " <d>

Uttramicroscope Y

4]

Measurement Mode
Multi Color 3D

-

Devices Steps AS

theTez V[ - B
‘R
Al - |
=
——

Autosave Settings

<1>

2 | Uitra3 Fitter

3 |NONE

4 |NONE

Total Steps:

B3 Settings 1 (|
t O
Channel Setup ==
_)__I Excitation Emission Colomap | A
I~ W s30/30 680/30
I~ | 595/20 650/50
[~ 560/40 630/30 [
I~ | 520740 585/40 [ .
<2>
Laser
l 81%
480/30 525/36
Lightsheet Propetties
Sheet NA NA: s
= ‘ Thickness: 4 pm
Sheet Width
f Vian: 100%
<8.5><6X7><8>

o mm
-924mm L ==
Objective / Zoom

Objective |LVBT 1.1x @‘5 > v

Measurement | Advanced | Calibration

Info: frametime: -200.00 [ms] wavelength: 480 [nm]
Sample
Liquid: | ECI >
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Settings 1 Setting:

Make sure you have selected the correct imaging solution <9> Utra3 - 0 X
Adjust sheet width <10> to the size of your sample eens Sp =l i
The best z-position to adjust the sheet width is in the middle of I’_—Jl[z;;m ;'szgn " 5
your sample. The whole sample should be evenly illuminated rf: :Zg/ig 2333 = Sear
Move to the top of your specimen (in z) and bring it to the center W v Z:
of the screen (x & y) Laser Rang
Set “sheet N.A.” to the highest value for the thinnest sheet width g 0052575 Steps

Lightsheet Properties
<11> Sheet NA N ] B‘Z‘:
Activate the horizontal focus <12> gwfml 1> oo o .
Move the Horizontal focus triangle to the edge of your specimen <10> av ™ ZA
Switch from the “Measurement” to the “Calibration” tab. <13> ‘°°[”5.
Now adjust the focus position of the lightsheet by moving the i I! ! E
green arrow of the “Sheetmotor calibration” <13> so that the Objective / Zoom =
best contrasted point overlaps with the horizontal focus symbol Objective [EVEIRRING Zoom XIS =
on the screen. i A
Now “save as default” (in the task bar <00>) = e W
After you’ve done this with the right light sheet repeat the
procedure with the left sheet ::‘f::: ‘Z:O'";"[‘m:w:je':::°;o . M::;":;'gﬁ;:“"é“i‘g S
Now bring the left & the right horizontal focus symbol to the smlf,.d — <9> -
middle of the image (use the crosshair for orientation)
Deactivate the laser <4> o S ?f;:c;sfﬁw;:ﬁ; e
Activate both lightsheets at once <3> %%2 Pl : :
Start the laser again <4> Dynamic focus ‘ = “ R
Switch from the “Calibration” to the “Advanced” tab = e e
bring the two green “Merge lightsheet” triangles so close M it

)

together that they touch each other <14>
now you observe a line separating the left & right part of the

Measurement | Advanced | Calibration

i m ag e Image algorithms
Adjust the left lightsheet to the correct focal plane with the last Dynamic horizontal focus processing
screw left below the instrument (at a certain point you can see Contrast adaptive v
structures matching at the border of the right and left part of the
. Merge lightsheets
image ) w< 14> -
If you are done seperate the triangles apart to get a smoother W
transition ] Blend over mosaic width
Stop the live measurement and activate the measurement again
but with Lightsheet onl gy

ut with one Lig y Mode 2 1 0
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e Activate the crosshair and make sure your sample is in the
middle of the field of view. Try to adjust a z plane with the
largest extension of your sample to both sides (or at least
you should know how far the largest extension of your
sample goes)

o For global overview images :

e Readjust the horizontal focus triangles with the “sheet N.A” M
Info: frametime: -200.00 ms] wavelength: 480 jnm]

<11>. Reduce the “sheet N.A.” until the size of the focus Sample
Liquid: | ECI v
triangles are aproximately half the size of your sample and

place it in the middle of the left/right specimen half. —

e Deactivate the “horizontal focus” button e <1 6>

<17>

o For best z resolution over the sample : Dynamic focus
e Be absolutely sure the focus position is perfectly adjusted -
with the sheetmotor calibration <11>. Set the Sheet N.A. to < j_L 5 S
the largest value
e Turn “ON” the “Dynamic Focus” <15>
e Activate the “green arrows” <16> drag lines appearing in the
sample image as big as is needed for your region of interest
in your sample
e The program will suggest a recommended number of focus
steps. Depending on you region size. Take the suggestion by
clicking on the number, or write your own No. of steps in the
white box above <17>

Measurement | Advanced | Calibration
Sheetmotor Calibration
e If you want to acquire several channels make sure they are

)
all in the same focal plane, or correct by using the “Tube

Zoom Focus-Offset Calibration

Zoom: 1.0« v Offset: -104.6 ym

)
Set Shift Al

Lens / Chromatic Correction” <18>
e  “save as default” (in the task bar <00>)

Tube Lense / Chromatic Comection

M Manual mod< 1 8 >
[)
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.. . . L
Acquiring single images i -
. . . xyz-Table Z o O X
e Activate the laser line of interest <2> .
e Tick as many laser lines you need <2> 0.000] ] [,J (W] EFMousewheel
+
e Bring your sample to the position you want to image and %B’Qﬂﬂ,@> o [JJoystick

Scan Range

set 1250000 1 240 ®

w L_0Wig 2> U
Range | -12500.000 [m]

&wsze@@» Images @

Batch Measurement Posttion
z defined by z-stack

e Choose the “xyz Table Z” menu

e press “set as zero” <19>;

e Start-position “crosshair”’-button <20> and
e End-position “crosshair”-button <21>

e Press the “Start measurement” button <23>

s Q1>

current xy position used
Use current postion €% | Gotopostion '4i iF
. e Z Adaptation
Acquiring a Z-stack s =
e Go to the top of your specimen, press “Set as Zero”
<19> and the Start-position-crosshair <20> T o S
O
e Then move to the bottom of your sample and press I
» annel Sety Sl =
End-position “crosshair”’-button <21> > | |Q %H%I%IUM 5
“« foa Remaining ~ I~ | 595/20 650/50 [
e Now choose a “StepSize” value for e.g. 5um <22> d DS
. . Instrument Mode [~ B 520/40 585/40 -
e Now you can see the predicted number of images T v ¥ ; &
(“# images”) right beside the “StepSize” ‘ = o
. , | 480/20525/3%
If you want to image several channels don’t forget Ligtsheet Propetics
ick the desired laserlines <2 ﬂ@ pizei o i)
to tick the desired laserlines <2> ki —
Sheet Width
“ H »” <1> Measurement Mode S %
Check your “Autosave settings” <1 e 24> g o 100
And don’t forget to apply the appropriate lightsheet & F"TS-
. » o =
selection <3> Y - - . 2
'/
Tick as many laser lines as needed <2> i —
Objective |LVBT 1,1x v~ Zoom | 1.0x v
Make sure you have selected “Multi color 3D” as Devices Seps S GBS
1 xyzTableZ v -
Measurement Mode <24> s : = | &FD[==]
2 | Uttra3 Fiter v -
Then press the Start button <23> jpe— S Measurement | Advanced | Callbration
Info: frametime: -200.00 [ms] wavelength: 480 [nm]
4 |NONE = “_ Sample
Liquid: |ECI v
Total Steps: ,—
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Mosaic Measurement

e Activate the ,Mosaic” tab in the ,xyz-Table Visual XY*

window

e The pink square you can see is your actual position

e If you double-click on this square you get the option to

enlarge your square by drag and drop on the freshly

appeared black spots on the corner of the pink square
e Now define a Z-Stack and the instrument will run this Z-

Stack on all the positions you defined.

o If you now move the stage the pink square always

indicates your actual position

o By double-clicking on one of the other squares the
stage will move to the field of view you activated

Multiposition Measurement

e Activate the ,Multiposition” tab in the ,xyz-Table Visual X

window

o The pink square you can see is your actual position
e Use the “Add Position” button <17>

e If you now move the stage the pink square will move

accordingly

e Use the “Add Position” <17>button as often,

as you need

e Now define a Z-Stack and the instrument will run this Z-
Stack on all the positions you defined. If you use the Stari

button

e You could also activate the “Offset” button <18>

here you can define different offsets for your positions by

Double-click on one of your positions

o Move in the Z height till you want the Z-stack to

start and use the “Take” button <19> in the

new window
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xyz-Table Visual XY i =

l Multiposition |

10525.20]

15600 pm

O x= & HEEH

Mosaic

4

4388 ym
. ]

Current Position

52 [um] ‘:MM’TD'_‘ (m] 7 Mousewheel

-569.7

[ get’ﬁsrieyq_:‘ & vl Use Joystick
Scan Range

Start 0.000  [um] lTakej

End: 392659 [um]

Range: -395.000 [um] L

StepSize -5.000 [pm] #images: 80

Z Power Adaptation
[ OpenZPower ncrement |

-10402.68| S
| |
-12067.20 12087.20
— - -
[ Set Parameters ” Current Position ]
[
[ Define Mosaic H Clear Mosaic }
P wyz-Table Visual XY oo | i
Multiposition Mosaic |
v
10884.28) ] e
8183 ym No. x ¥y
1 324266 616172
@ N 3 Y Sizes of one Image @
= = Width  4387.50 [um]
£ H
Height  5200.00 [um]
| A Z offset = z
[Ef] Offcet  -535.48 [ Reset |
S Zronge  [535.98-928.14[m]  (Resetal
X -
o
()
« 384740 - - VN
. 8509.37) — @ — 10217.79
= (2 =] [°)
[Active Position :!_CurremPosmonJ 'E ]
— — — ]
[ Adf;ihon Delete Position | =
xyz-TableZ S e ¢
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Shut down the Instrument:

e Move the Objective Arm up with the red arrow button <7>

e Disassemble the sample holder arm

e Shut down the ImSpector Software

e Turn OFF the laser key switch <3>

e The main power supply <1> and the Computer <2>.

e Pour the imaging solution back to the storage container
(help yourself with the pipette)

e C(Clean the sample chamber and the sample holder with
tissue and cleaning solution (alcohol or Bacillol)

e Also pour some in the cube and wipe clean with tissue

e (Clean all the surfaces

e Clean the objective with alcohol and lens cleaning tissue

e Put every kind of waste in the little plastic bags and seal
properly

e Place your sealed little plastic bags in the provided red bins
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