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Switch on the pulsed 488 laser

Turn on FLIM computer

= &

Click on‘FLIM"remote desktop icon

login to FLIM computer
USERNAME: microscope
PASSWORD: microscope

® ©

@ Start SPC64 software

Enter your credentials
These credentials will be used to connect to mb229,

UNIVERSITY OF

0),43(0123D)

microscope

’Fassword

J Use another account

[T] Rermember my credentials

Spomibd
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Click on Lightpath diagram icon

FLIM (1)

Set the lightpath manually so that it looks like this:

O LightPath & Dyes
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change Dichroic mirror

turn off all standard
lasers

to DM351

Set scan speed to ‘Fast’ 2.0us per pixel

Set’Aspect Ratio'to 512 by 512

Untick sequential scanning

Untick ‘Kalman’averaging mode

Click "XY Repeat’scan button
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An initialization window appears

Click'OK’ Single Photon Counter
Version 9.65 , 23 September 2014, for Windows XP.\ista/7/8

64-bit application
Inuse Initilization Status
@ M1- SPC-150 S/N 3F0190- B2. bus 5. slot 2
| m2- Notfound
1 M3- Motfound
_| M4 - Not found

‘ 2
Ini File: | c:\program files §¢B6)\bh‘\spcm‘\spem ini
Hardware Mode - SPC-150)
Number of active modules = 1
Change mode
g Hardware mode . Clear SPC memary
i e ==

Main Parameters ¥ Start! Interrupt! Stop! Exit!

Three windows should appear:

SPC-150 is the main display window

&
DCC-100 control the detector AT S |
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Settings from auto set |

:Emable outputs
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FLIM (I1)

An initialization window appears
Click'OK’ Single Photon Counter
Version 9.65 , 23 September 2014, for Windows XP.\ista/7/8
64-bit application
Inuse Initilization Status
@ M1- SPC-150 S/N 3F0190- B2. bus 5. slot 2
| m2- Notfound
1 M3- Motfound
_| M4 - Not found
‘ 2
Ini File: | c:\program files §¢B6)\bh‘\spcm‘\spem ini
Hardware Mode - SPC-150)
Number of active modules = 1
Pbort | Apply: |
Change mode
g Hardware mode . Clear SPC memary
| i spc-1s0 [=E]E=] |

Main  Parameters

Three windows should appear:

SPC-150 is the main display window

Rate [Phs]

DCC-100 control the detector focc-1o ol )

Main  Parameters Exit
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Click’Enable outputs’to enable the detector ... 2= ... 4.
(the Gain / HV should be roughly 80%) CEmiy Do GOy Emk

Settings from auto set
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FLIM (IV)

Parameters Displaj errupt!  Stop!  Exit!

Wi - Fifo Image Mode - wellc2_nm0D2_002 set

Click ‘Start!" to begin
FLIM experiment

Image Pix ¥

Scan clocks green light:
CFD indicates photon The FLIM computer has the
counts at the detector correct timing from the

confocal

-
T T = T
205 26 308
Image Pix. X

Rate [Ph./s] Measurement () Fifo Overflow

. Scan Clocks I— AEREL
. SYNC # Fifa Usage r StopT
laser working correctly I g

e, Ol Soritrol
Displaying data from file c\usersimicroscopeldeskiop\deskiopiheldertflim03_04_15wellcZ_nm002_002 sdt
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SYNC indicates pulsed
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Duration of experiment is
defined here
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Close SPC64 software

| |.S'earrh prograrms and files

Log off FLIM computer

Switch off the pulsed 488 laser

Tick ‘Kalman’averaging mode Filter Mode
IVIF Kalman {+ Line { Frame |2 _Ij

Tick Sequential scanning

[+ Sequential

f Line { Frame

@ Return lightpath to standard 3 colour imaging

IMPORTANT - make sure last DM is in the ‘MIRROR' position.
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