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Basic understanding of how fluorescence microscopy works.
Do not stare the laser beam.
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Protect objective lenses from immersion oil leakage.
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Olympus Fluoview FV1000

Control unit

Fluoview FV1000 unit with 1X81 motorized inverted microscope
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Visit Olympus website for more detail.

http://www.olympusfluoview.com/index.html
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2,

3.

Standard Startup Procedure
1.

Check the log book. Sign in. (Name, Lab,dye, laser to be used, Time)

Turn on (1) mercury lamp, (2) main scan controller, (3) SIM scan controller,

(4) microscope controller.

Turn on necessary laser sources.

For typical imaging (blue, green, red excitation)

Multi-line Argon Laser (457nm,
488nm, 515nm)

For special imaging

” For violet
“mexcitation imagi
(DAPI etc.)

L9
Sy

diode violet lasers
(405nm)
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1.  Run the fluoview software. (overview)

¥ |OLYMPUS FLUDYIEW

Iy || File Display Live Processing Analysis Tool Window Help
|®m s.,|=\\\m£gs@sa§£ ==
. ImageAcquisitionControl

: Focus x2 Lambdal
T——— > Depth | s

S
L Focus x4 | xyRepeat | xy 1 71| Stop Time Bleach

=r® imaging mode, scan start/stop

7“ scan Controlg 231 P i i A ) a8 |

o

<< Fast 8.0us/Pixel Slow >>

a1 ||

=1
I [~
e o L e (I I (I
Falsd z _.—__I__I__..J 5‘___1__| _.__I__I__._J === =] _!_s
o TS| -
sry _af|” e PMT control
65 um_i :]I ‘_I F:mj Con ro
PanY -
(e ‘_|-j 2""‘—! ji! ‘l&k?(rarl‘rll?:ﬁ = Line « Frame |2 : ‘(‘ Analogint Photon Cmt
Laser
r ass4 p| 00 4} I~ Sequential
Fut |'Z gﬁgi!.— I [Completed all initialize I I
v
v we  laser power ==
~LambdasScan | Pri00us L6.240ms F3.204s Si3.204s

control

Start 500
Stepsizel 5 nm Num ‘
1“ nm _|

Resolution

P4 | Microscope
UPLAPO 20X NA:0.70 j

X
j SEt “39.96 jum Go

Center 59 4ﬁum Go
(L] \j =

- .Z control

Focus Handle On Escape |

! %0, ix Y20, ix Z:0.83 i |

~Laser

v 405 « I | 95.5 %

I~ Main Scanner Sync
& JmageScan —» Activation
€ Activation —> ImageScan

2000000 lmsec

ImageScan
Activation

~TimeScan

Interval 1.0 sec Num 2 9?1&"

t control

2. Check the sample with epi-fluorescnce / bright field with eye-piece.
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Setup the sample.

No oil for x20 oil for x40, x60 Changing x20 to x40
without moving sample

Move smaple stage in x,y direction with a knob

ourse focus up/down

fine focus up/down

Note: Objective lens moves up/down

After the experiment, or when changing
x40,x60 to x20, gently dab oil with lens
cleaning tissues. Do not use Kimwipes.
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1. Select dyes from the Ilst to settlng up the optical configuration.
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2. Check a default scan parameters

.‘

zoom 1 (no zoom)
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1. Check the focus, sample position, laser power, PMT voltage, offset, gain ,
color table, with focus scan mode (fast scan).
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Click here to change image color.
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.EQ — Choose Hi-Lo or Spec1 to prevent saturation.
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L
|« m&
Ve
i~

Hi-Lo
Saturation (4095)

as blue color.

Spect
Saturation (4095)

shows up as red color, = shows up as white
and zero (0) shows uo #iall color, and zero (0)

shows up as blackcolor.

intensity.

It is important to pay attention to the signal level. In general, signal should not be
saturated. It should not be too dark, but dark image can be processed to a higher

To change the laser intensity,
click arrows or put the cursor on
the color bar and use mouse
action key.

SR sk

405 «ll » 40% -

LambdaScan
f« CHS1 5

Stan 300y End 700
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To change the PMT high
voltage, click arrows or put the
cursor on the color bar and use
mouse action key.

For a starter, stay with 600-680.
If it is too bright even when the
laser intensity is minimum,
decrease upto ~500.

For dim sample, typically do not
go over 780. Increase gain or
increase laser intensity.

Increase offset when background is high.
Remember offset can correct with mapping
post acquisition.
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the image is saved as a file and a h
misplace them.

Save As

Save i i Lj" 2 102204

&l

1. Capture an image. Check the image.
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2. Save the image as “Olympus Image rormat (*.0if)” from file menu. Note that

older containing several files. Do not
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T-scan (time series) mode.

Setup parameters (cycle time, number of images), and check from Time-View

window.
E TimeView
Ll ; Scanning time 0.564s5ec
UPLAPO 20X NAX Rest time 1.436sec il
IX Total time 78.564sec i
é Stan End
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Set 0 a5e
SEDE . _ A
Focus Handle On Escape \
041 Tumipix Y04 1 Tumdpix Z:0.925umislice
TimeScan
Hum
————

Number of images

Time (a cycle), see TimeView
window for the detail.

. Click “time” and start.
Click here to start.

Lamhda

Time

Click here for t-scan mode.

Focus x2

Stop

Focus x4

. “Series Done” shows up. Click to accept.

Save the series as “Olympus Image Format (*.oif)” from file menu. Note that the
images are saved as a file and a folder containing several files including individual

TIF files.
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Z-scan mode.

. Change focus either by the arrows on the software or by the focus handle on the
scope and set the starting position and the ending position.

Microscope |
|LIF'LAF'1‘) 20X NA:0.70 Click to set.

o |

155.03um Stepsize (

ﬂ [ Slices

| Focus Handle On Escape |

o041 Tumipind Y041 1l|n1.-'|1ixfl].925un1fsli-:e

. Set step size. Typically 0.5 ~ 1um.
. Select “depth”.

Click here to start.

AcquisitionControl

Focus x2

Focus x4

. “Series Done” shows up. Click to accept.

. Save the series as “Olympus Image Format (*.oif)” from file menu. Note that the
images are saved as a file and a holder containing several files including individual

TIF files.
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Line scan mode.

. Select line and draw a line on the live view image. Set the number of scans.

Select line and draw a line on the
live view image.
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. Save the image as “Olympus Image Format (*.oif)” from file menu. Note that the
images are saved as a file and a folder containing several files including individual
TIF files.
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Fast scan mode.

. Select line and draw a line on the live view image. Set the number of lines.

Foome g L I R T - |

Fast scan mode

15 I_':1'].-24-4ms N S:?B.ﬂéels

Two speeds available. Fastest one is only for 256x256 image.

— e T

Maximum 64ms /image.
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Analysis example
In time series (or z-series), plot intensity of selected regions.

. Mark regions of interest. (Note: Make sure all regions are selected.)

File Display Live Processing Yol ‘Window Help
S | =k (e

then, select “series”.

. Select “series” from submenu.

PG LU FERE SOTELEETS I{I_' BN OLEERN el " TILE TN
Siiw §-% .

Save graph as an image or save
data as text or excel.

__ Ask ST for the details.
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Live analysis
. In time series (or z-series), monitor intensity of selected regions in live.

. Take an image and mark regions of interest. (Note: Make sure all regions are
selected.)

. Select “live” from main menu.

Select “live”.

. Live plot shows up. Start time series.
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Appendix

1. Identify dyes you are using.

2. Check the excitation spectra and emission spectra of the dye.

Useful link: http://cellscience.bio-
rad.com/fluorescence/fluorophoreDatab.htm

3. Identify laser sources you are going to use.
Exmaple
lasers in Fluoview 1000 Ex. Em. Example
Multi-line Argon Laser (457nm, blue green FITC, Alexa 488, Fluo-3,
488nm, 515nm) , 30mW GFP
HeNe Laser (543nm), TmW green red Rhodamine, Alexa 546,
HeNe Laser (633nm), 10mW red near IR Cy5, Alexa 633
diode violet lasers (405nm), violet blue DAPI
25mwW




