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Configuration : ‘ machinexlhw ¥

Microscope : DM6 +

Resonant : .E

Load settings at startup : .E
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Select ,,Confocal Load an
Press Load

Window will open

- Select ,,Default Load and ' file

Press Open /
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recorded image using

settings” to the hardware:
~ie. Resolution - scan format - /
: channel set up and so on
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Configuration

Acquire g Process ? Quantify . Analysis £

bl

“~

Laser Config

B Panel

@ Hardware Settings

Hardware ¥ Panning ¥ Line Average during Live Acquisition

Step Size 3 Line Average during Live Acquisition

" Data Transfer Mode ¥ Resolution
ar Config Memory %
Direct Bit Depth
=) :
“ . Enhanced
—_— — ) Direct Overflow

Database CAMServer Maximum Integration Time

¥ Online Maximum Projection during Acquisition ¥ Z-Movement

" Online Maximum Projection during Acquisition ¥ Activate Z-Movement Limitation

Bidirectional XYZT Acquisition

¥ Image Orientation ¥ Manual Microscope Control
Flip X Enable during Acquisition of Series
¥ LDM/Wizard Stop Behaviour ¥ Detector Auto Selection
Wait until frame is ready Simultaneous use of internal and external Detectors

¥ X-Movement

" Activate X-Linearisation
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Open projects Acquisition
[

ST W B B R

in the Acqui
SRR S e e a user tells the software to save the projec

Next project name : Project

. ./ -

Auto-Save :

User defined image name :

. Please do not turn on the Auto-save function
(bottom of the Project tab)
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Open projects Acquisition

¥ Acquisition Mode
Xyz ¥ @ FLIM
¥ XY:512x512 | 400 Hz | 1.00 | 1.00 AU i)
Format : 512x512 ¥ 6
Speed : 400 ¥ 6
Bidirectional X : .

Zoom Factor: Q 1.00
Zoom in .
Image Size : 1.16 mm * 1.16 mm
Pixel Size : 2.27 ym * 2.27 pym
Optical Section : 12.845 pm 6

il

¥ Sequential Scan

Plus + and Minus - Duplicate or Remove Sequences

Seq.1 | Seq.2

For Live Imaging use Beftween Lines
Between Lines q
o —r— oud For Fixed sample use Between Frames
For Fixed sample and Z-stack use Between Stacks

Between Stacks Save
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' Objective : HC PLFLUOTAR 10x/0.30 DRY %

Fluo Turret : -
v DAPI
= | ALEXA 488
Specimen | -
= | | Mito Tracker Red
¥ Internal
|
400 450 500 550 600 700 750 800
[
]
406 I l
D pmr: BER None *
459 1
s11 [
) PMT2: on B Gain [V] : 0.0 Offset [%] : 0.00 None ¥
D -
616
HyD 3: . OFF Standard ¥ None ¥
Gating :
669 1
721
HyD SMD 4 : [ |oFF] @) Cooling Standard ¥ None ¥
Gating :
714
= TLD R
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¥ Load | Save | Roi

Load/Save single setting : Leica Settings - @ i | ROI: . © SetBackground : Bleachpoint : .
405 |3 [FOEEEIIN 2 RTE I < R 2 i=
r - |
o g
o
| 2
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2
o o 3
a wiL <
O © - 7
< | »-
Objective : HCPLFIUCTAR 10x/030DRY + B —
o || S
=
Fluo Turret : Scan-BF ¥ @ &
v
Specimen o
S
¥ Internal

Rt s | —oom ‘ - No access tc
. on @ Gain [V] : 6382 offset[%]:l 0.00 " ALEXA405 % y STGndOrd Gcin iS ]OO%
|

459 | I
D emr2: [ ok ] [ 0 None %
|
479 [
HyD 3: ON . Gain [%]: 100.0 Standard ¥ ALEXA 488 %
Gating :
. 532 1

657
100.0 ® Cooling Standard % ALEXA 647 +

) HyDSMD4: on @ Gain [%]:

| = Never turn laser (on) over an inactiyé’or active
- " detector
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¥ Load | Save | Roi

Load/Save single setting : Leica Settings - @ i | ROI: . © SetBackground : i Bleachpoint : .

VIS

476 g 488

VIS

ws |3 458 496 £ e A R E A N + 3 =

1.07

Switch to Classic Ul

405

Objective : HCPLFIUCTAR 10x/030DRY + &

i
=

&
©

Fluo Turret : Scan-BF ¥

e

I 7I l . . .
> 8 | i PR BrightR mode makes it possible to display very /
»ow:  mER ' bright and weakly fluorescent structures withygan

479 [ l 3
HyD3: on B Gain [%]: 100.0 Standard % ALEXA 483 * I r r ]O g e
.
Gating :
. 532 1
657

) HyDSMD4: on Gain [%]: 100.0 ® Cooling Standard & ALEXA 647 &

« used for ratio imaging and imggé cdrrelation

> TD *
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¥ Load | Save | Roi -

Load/Save single setting : 'Leica Settings = . @ i | ROI: . © SetBackground : . Bleachpoint : .
405 z e 2 A e a8 2 496 £ e A R E A N + 3 =
1.07 107 s
% 2
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Objective : HCPLFLUOTAR 10x/0.30DRY ¥ & o= }/—
Fluo Turret : Scan-BF ¥
1
Specimen .
. S
¥ Internal
g
i
400 450 500
T
406 . ] I - . a o
| ) HyD5: DN Gain [%]: 100, Cx
PMT 1: on @ Gail -
o o |
259 | I Gating : ?; DM"".KD =
D emr2: [orr]
|
479 [
HyD 3 : ON Gain [%]: 100.0 Standard * ALEXA 488 %
Gating :
53 1
657
) HyDSMD4: on @ Gain [%]: 100.0 @ Cooling Standard % ALEXA 647 %+
Gating :
| 710 |
[L=RIED i
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¥ Load | Save | Roi

Load/Save single setting : 'Leica Settings - . @ i | ROI: . © SetBackground : . Bleachpoint : .
ws |3 58 2 a6 2 a8 2 496 £ e A R E A N + 3 =

Switch to Classic Ul

4
- ¢ »
Objective : HCPLFIUCTAR 10x/030DRY + B R ||
= = W
—
Fluo Turret : Scan-BF ¥ @ €
L

Specimen .
¥ Internal
¢ H
1| G v BN | e s s e e T
400 450 150 700 750 800

[]
406
f : ' = However we recom
PMT 1: ON Gain [V] : 638.2 Offset [%)] : 0.00 ALEXA 405 +
259 | I l
D emra: [ ok ] Sair f\ D.C set [ 0 None +
' |
479 [
HyD3: on B Gain [%]: 100.0 Standard * ALEXA 488 %
Gating :
| |53 1
657
) HyDSMD4: on @ Gain [%]: 100.0 @ Cooling Standard % ALEXA 647 %+
\ Gating : " ‘
710
(> 1D »
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Light Path - Laser & Detecior

Sequential - Scanning

« Example: here sequential scan with three laser lines:
« Reduced risk of blead through
« Slower than simultan scanning
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| Capture Image ()

* Line - used for live sample,
* Frame or Stack used for fixed sample

[ st l Switch Seq. between each

Scan speed can be adjusted individually

Scan speed is measured in Hz(lines per second) between 10 -1800Hz

« Lower speed - higher signal to noise ratio (SNR), risk of bleaching

« Faster speed — lower signal to noise ration (SNR), low risk of bleaching

We recommend as default speed: 600
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14161416 + ©

idirectional X : . l
00! or: O 3.
oom in
age Size

[loF]
387.5 ym * 387.5 ym
273.85 nm * 273.85 nm

12.845 ym Q)
Frame Rate: 0.067/s

Optical Section :

Pixel Dwell Time : 1.14 ps

Line Average :

Line Accu : 1
Frame Average : 1% 22 A
Frame Accu : 1% 0
Rotation : (o} 0.00

Pinhole v

If you encounter mismao
panel (phasecorrection).

Format : 1416x1416 ¢ '@
Speed : ()

405 O
Bidirectional X : .

oo . © i Average Function (arithmetic mean as final pixel value)
T s Used to improve image quality

Optical Section : 12.845 um 6
Pixel Dwell Time : 1.14 us Frame Rate: 0.067/s

50 « Line - recommended - especially for live sample

Line Average : 1%

LinsAccui 1f < @ S -
N - Frame - used for weak and strong bleaching dyes

Rotation used to orientate the sample
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Open projects Acquisition

v Acquisition Mode i)

2 ] am ¥ "

pramectional X @

Zoom Factor: O 3.00

Zoom in 7ok}

Pixel Size : 273.85 nm * 273.85 nm

Optical Section : 12.845 pm

Pixel Dwell Time : 1.14 ps Frame Rate: 0.067/s

Line Average : < 5 4
Line Accu : 1% < @ o>
Frame Average : e 2 o
Frame Accu: | 1% 0
Rotation : o 0.00
| | Pinhole il
¥\ Z-Stack = iR
Begin # | End #
Z-Position [um] :
1863 | =
[ —— | Z-Size [um] :
{ 000 | =
L) Re-Center
z-Galvo ¥ ©
@ o
Number of Steps 1
Z-Step Size 0.00
System Optimized (+]
Z-Compensation : none @
Galvo Flow : [ o]
Travel Range [um] : 500
v Seguential Scan D
Seq.2  Seq.3 =
eq.2 | | Seq +
Between Lines
Between Frames Load
Between Stacks Save

\

Open projects

v Acquisition Mode

Acquisition

DF 3

wes [ am ¥

v XY: 888x888 | 400 Hz | 3.00 | 1.00 AU

@ Format : 888 x

Speed :
Bidirectional X =

Zoom Factor =
Zoom in

Image Size

Pixel Dwell Time : 1.83 ps Frame

Line Average :
Line Accu =
Frame Average :
Frame Accu :
Rotation :
Pinhole

v Z-Stack:

(Begin| # | end %

* This will fake into ©

objective and the=e = AVE

888 4

400

Rate: 0.091/s

Z-Position [um] :
4863 | =
Z-Size [um] :

0.00 | =

Re-Center

and set up the(recommend pixelsize

Qo0

Number of Steps

Z-Step Size

System Optimized
Z-Compensation :
Galvo Flow :

Travel Range [um] :

« Therefore always optimize with the same Seq.
active to avoid differences in your experiment

v Sequential Scan

Seq. 1 'Seq.

Between Lines
Between Frames

Between Stacks

Life Imaging Center SP8-U-FLIM
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¥ Acquisition Mode i
' @ e e

¥ XY: 1416x1416 | 400 Hz | 3.00 | 1.00 AU R

@ Fortrat: Ll i T L-DTACK D LS | 42 d1eps v
Speed: 400
Bidirectional X : | @ @
Zoom Factor: O i ’ End lF_Imi .
Zoom in | i > ﬁ ER —
Image Size : 387.5um * 3i = . ' ! 1.96 | -

Pixel Size :

Begin [pm] :
Optical Section : 99 [I-l ]
Pixel Dwell Time : 1.14 ps Frame Rate: -10.28 | :

Line Average : 7

Z Position [pum] :

F m:IA g — 1.3_]' |:
freme TG £ Size [pm] :
Pinhol | 1224 | =~

n‘ Z--Stach  ReCenter
couldETid ———m o StackDirection (2):

£ z-Galvo ¥ . (+] 4 e

& o
ol e % Define the z-step size
Re Centel C Z-Step Size L ) e mOnUO“y (Z_STep Size) Or

N
v
=
2

System Optimized [+]

ion of

o= s T o « choose « optimized », which calculates the bes
— GalvaFlove: o5 system and set the size to 50% overlap. This is ).-. Zd for high
o e resolution and 3D reconstruction. Recommesed
Z-Compensation : none (@
Galvo Flow : [ o]

= N\
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Blue pixels
« Green pixels » U
« NENeleleleRle

\ O
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Additional Information

* Video Tutorial: Navigator Leica Sp8-U-FLIM
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