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Switch on the controller boxes
(the black buttons on the left)

Turn on the 559 laser;

1sturn the power SWITCH on.

2:-The TEMP LED (green) will flash.

3*WAIT*

4.After approximately 2 mins the LED will stop flashing.
5:Only then turn the KEY clockwise to the on position.

6-The LASER LEDs (red) will flash

7+ *WAIT*.

8:When these red LEDs stop flashing the laser is ready to use

Turn on the Multiline argon (457/488/515) laser;

1sturn the power SWITCH on.
2-Then turn the key clockwise to the on position
(there is no need to wait for anything here!).

Turn on the fluorescence bulb

Turn on the microscope keypad.
The On/Off button is on the BACK.
It's crucial to do this before starting the software
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Scan Mode

(default is unidirectional)\ =]

|_ Scan Speed
. (The slower, the better
Image Size the image, but the more

(number of pixels: | PBous L37.24ems F24211s s24211s | | bleaching)

defaultis 1024x1024) \ e
—Size
spect Ratio e 1:1  4:3 {~ arhitra N
xd ) H somlbn

—Area
Zoom / Rotation .| Rotation Zoom
. /E/ Sl o

(Image can be optically

zoomed and rotated Panx
) \‘\ 0 um J gk

gy Mo }_“IZ'/

~/[

|__Laser Power Control

—Lamb
Lambda S ing Setti /St;:tsqnm End | 52m>
ambda Scanning Setting < StepSize |—5 nm Num |—3

(for spectral unmixing)
Band Width 10 nm

—Microscope
[uPLSAPO 2

[
J Set || 13014_|:um

Al 4 | Microscope Control

1.50 = -125.89 G
v —'.. | um  _Go | (Objective selection /
Set ||—_'121ﬁ4 um 6o | focus / setting z-series)

-125953“'“ I_Step5|ze| 0.50 _lj um Op.
Cleag StartEna | [ Stices I 18 =

| Fncufﬂ%ﬂn Escape | ine |

| X:0.362um Y:0.362un Z:2:32tam |

Timelapse Setting
(for timelpase imaging)

Gb| N
Intewal| FreeRun Numl 150 'ﬁi G_l_/
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Transmission Light Imaging Mode Selection
(Bright Field Viewing) Scan Buttons SIM lightpath Image Detection Channel Setting
\ (for bleaching)

Epifluorescence Light

/

|E°T
(Fluorescence Vlewmi I S , @ ,_.g:'t',;',ﬂ,
N o | [Focusx4| xvRepeat) v 1] Siop Bl [l 2 Transmission
Dye L.iSt @ chmi LT;:; Depth Time [ 11 Iil_ Bleach start-s light Control
oeting PN e -
LightPath | 5 | Mexafworssa Il || !
Setting E‘ o o O | 2 5o 2 2 O R | =

Spectral Window -

H — [===1]
Setting e | O | s B B o | B | B B
¥ 680 1 8| 735 1 8| 540 1 i 3| 500 1 5| 405 1 0
v X% v X 08 v X % ¥ X % v X % v X%
Eng Laser Laser Laser Laser aser Laser
Stimulus Setting s 550 ~| 15.0% =||488 v] 42.0% =||550 =| 15.0% (488 -E 42.0% T||s50 ~| 15.0% T|l405 ~| 420% T
(bleaching) ]
9 Filter Mode —|& Analogint | Hard Disk Recording Setting
¥ Kalman @ Line  Frame |2 3  Photon Cat Hard Disk Recording OFF \

| File Name | Doilu (Bioch)20140001_JupGFP_HistRi .

g%l [~ Sequential &l Confocal Aperature

- { (automatic) Control

Sequential Scan Mode Frame Averaging
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10X 20X 40X 60X 100X
0.40NA 0.75NA 1.30 1.40 1.40

NO Oil NO Oil QOil QOil Qil
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Viewing with Transmitted or Epifluorescence Light

Before scanning the sample with laser light, look at the sample and find the
region of interest first with either transmitted or fluorescent light.

Click on transmitted light button for transmitted light viewing
[or click the “DIA” button on the microscope keypad]

or

Click on epifluorescence light button for fluorescence viewing
[or click the “EPI” button on the microscope keypad]

Click on the filter wheel keypad buttons for
DAPI (U-FWU), green (U-FBN) or red (U-FGW) for
fluorescent viewing. Make sure the shutter is open.

Make sure the slide and coverslip are clean and sealed.
Place the slide on the microscope stage.
Focus on the sample.

Press the Esc button to move the objective
completely away from the sample and press
again to bring the objective to the original position.

Adjust the transmitted light level with the Lo
lamp controller on the Image Acquisition control =1
window (or alternatively the “DIA” trans-lamp controller ;

=

on the microscope keypad).
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[+ \ *\
Click off the light source button to turn off the non-laser light. i ©f

Click on the Dye list button

Double click on the fluorescence dyes you want to use
(eg. FITC and TRITC) from the list.

Click Apply button. This will activate the laser lines,
and set detection channels up accroding to the dyes
you selected.

Choose Image Size / Aspect Ratio (Generally 1024x1024)
fromm Size panel

Press AutoHV button (if not already pressed)
to automatically adjust the HV and offset values
according to the scan speed change.

Click Focus X2 button to scan the sample.
It will scan fast at 2us /pixel and show low-quality
(pixelated) image in a Live View Window.

While scanning, focus onto the region of interest with
the fine control focus or by clicking arrowhead buttons
in the microscope window (large arrowhead moves the
objective by the extent set by stepsize, and the small
arrowheads move the objective by half of the large
arrowhead stepsize).

Click Stop button to stop the scanning.

H DyelLisk ;IEI 1'

[~ Virtual Channel Scan
Number, of phaseused 2 {3 4

—Selected Dyes
[l oar
[] ecrp

[[] Alexa Fluor 568

All Clear |
Setup Dyes

Acridine Orange i’
Alexa Fluor 405
Alexa Fluor 488
Alexa Fluor 546
Alexa Fluor 568
Alexa Fluor 594
Alexa Fluor 633

=
Apply | Close I

I~ | Assign Dye Manualhy,

~Size -
AspectRatio ¢ 1:1 4:3  C arbitrary

x 4 fF—— »l ssomyfsi0 -

=< Fast 8.0us Pixel Slow >>

A — f———— o |

| P:8.0us L:37.248ms F:24.211s S:24.211s |

Focus x2 cé

Focus x4 | ¥y Repeat

@ | ©
XY LZt Stop

A

Focus x2

s o)
XY LZt Stop

Focus X4 | ¥y Repeat
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Image Acquisition

You can optimise the image quality with Hi-Lo LUT (Look-Up Table).
Click LUT button to bring the LUT control window

and select Channel and click Hi-Lo button

(Ctrl-H ahortcut key will do the same without

opening LUT window). Now the Image is displayed

using this specific LUT where red pixels represent

intensity represents intensity beyond scale (saturated)

and blue pixels represent zero pixel value. B Spectral Setting o]
To maximise the signal to noise ratio of the image, adjust
the acquisition settings (laser power level, HV and Offset)
such that the image shows a few red pixels

and a few blue pixels while you are scaninng.

Often excitation / emission profiles of fluorophores you

are using may be close, so there could be possible 400nm 5'3"3”."“ --'3"3'”m 700nm _ 800nm
‘bleed-through’ of a fluorophore emission to a “CHS1

neighbouring channel. To minimize this, the detecting KB} g [ el &S [0
range of each channel can be adjusted by changing rﬁﬂamhda Set | EndLambdaset |
Spectral Settings. Click on VBF, it will bring up the

Spectral Scanning window. Change the range of spectrum (M5 soonm [ 450m1 545 0m o

for each channel (CHS1 an CHS2) by sliding, widening, , _\FJ

or narrowing the tabs or arrowheads. I EF

IBA5?5-6T5 v I

Default Close
Use Area panel to rotate and zoom the imaging area.
Click on“1"button to retrun to the original viewing zoom. —
To rotate the viewing area, click on the red dot and drag 24 RD‘ag'_Ju"ﬂ Zﬂ"
clockwise or counter clockwise. | Panx
With zoomed view you can select the scanning area by moving pa:Y"m 0
the blue lined bos around. e _,ld 0um 0

To zoom on a specfic region, click the iconnand draw
a box on the live view area. It will zoom in the area specifically.

Once you are satisfied with the settings, stop scanning.
Set the scan speed to a slower rate (the slower the speed
set, the better the signal to noise ratio, but the more bleaching.

Click the XY button to acquire an image. Focus x2 Q
When acquisition is done, a 2D view window will appear. Focus x4 | ¥y Repeat

@ ©
XY Stop
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z-Series Image Acquisition

Use this mode to obtain an optical section through the depth (z dimension) of your sample that
can be used for 3D visualisation:

. Focus x2
Click Focus x2 or x4 button to scan. 6

Focus x4 | ¥y Repeat

@ O
XY LZt Stop

to focus into different z-axial planes (large arrowhead buttons

Use the arrowhead buttons or the fine focus on the miroscope .'ﬂ".
shift a full step size and the small arrowheads shift half a step size). _& |

—Microscope

When you find the upper limit of your sample, [uPLSAPO 20X NA.75 [~
click the Set End button. Bring the objective down > A Sl 13044 Sum 6o |
until you find the lower limit and click Set Start button. @ A > 4 |
Determine the step size and the number of slices, @I - &'.Egum oo
which correlate with each other. V| et [ 12154 Sum 6o |
It is recommended to set the step size -@‘ r smpsueTu::,'umm
to half the optical section (Nyquist sampling) Cloar StartEnd ||~ Stices [ 18 =]
by pressing the Optimal (op.) button. [FocusHandieOn  Escape |  Fine |
| X:0.362um Y:0.362um Z:2.321um |
Click the stop button. Focus x2

S ®0
XY LZt Stop

Click the Depth button ("Z" will appear in the Focus x4 | xcr Rapeat

XY button to become XYZ), and then click on the XYZ button.

When acquisition is done,

Append Next / Series Done button will appear over the F‘) Append I'“"’T"":d,
stop button. g -
Click Append Next button to add additional sections Lomiaf 0% seriestone]

at next step (enter the number of additional slices
you want to add),
or click Series Done to finish the acquisition.

Save the image.
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4 Colour Image Acquisition

Click on the Dye list button

Tick “Virtual Channel Scan”

This opens up the ‘Virtual Channel Scan’ window

From the Dye List drag and drop the first three
dyes into Phase 1

and the 4th dye into Phase 2

Set the HV, Gain, Offset and Laser Power for the first
3 dyes (which are in Phase 1)

Using the ‘Virtual Channel Scan’ window select
Phase2

Set the HV, Gain, Offset and Laser Power for the
4th dye (which is in Phase 2)

Click on the Start’button to aquire the image

(O byeList B Ea)

¥ Virtual Channel Scan
Number of phaseused 2 3 ( 4

O Virtual Channel Controller

Phase IE' c

Start

e | (=),

Open | Save As

F

Stop

v Virtual Channel Scan
Number of phaseused 2 (3 (4

— Selected Dyes

[l papl

[ Alexa Fluor 488
[ Atexa Fluor 594

Phase2 [JJ] Alexa Fluor 647

HV Gain Offsel | HV Gain Offsel | HV Gain Offsel
= = = | = == = ) == = =1
=1 =1 =1 | === =1 = =1
T20 1 8| T20 1 9| 720 1 27
v X% v X% v X %
Laser Laser Laser
405 ~| 24% T||488 ~| 0.0% Tf|550 ~| 34% T
) Virtual Channel Controller (=23
) @ @5 |B:/S
|, =5
Start stop Open | SaveAs | View
rd CHS1 |G1 vl
Alexa Fluor 647
in Offsel
O Virtual Channel Controller
Phase 1 - O )
d |, =5
Start Stop Open Save As View
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Saving and Exporting Images

Click on the image window to be saved.

click on the save icon or select File>Save or Save as from menu.

A Save As window will appear. Save the image in your
own folder on the D: Data drive.

Select Olympus Image Binaery Format *.0ib

file type, type file name, and click on Save button.

oib file type contains all the metadata including all
acquisition parameters and it can be opened

in the FV10-ASW software. The light version of this
program is available for installing on the user’s

own computer (PCs only).

The installation file can be copied from the desktop.

Alternatively the oib files can be opened using
fiji /image J free software (http://fiji.sc/Fiji).

To Export images:
1). Select File / Export.

2). Select File Type for export.

3). ROl Overlay allows saving the file with ROl information.

4). Output Format:

RGB Color. The red, green and blue channel will be saved
in color as individual *.tif files in a folder.

RGB Color + Gray Scale box checked: the color channels
will be saved in gray scale as *.tif files in a folder.

Merge Channel. a single merged color image will be saved
as a *.tif file.

savens I
Savein | ) 2030328 ~| + & ek E-

() Image0nd3_100x.of Fles

() Image0045_100x_My of files
() Imagend7?_di:_sypnull,off files
() Imagen4s_100x_sypnul.oif files
[BHImagennas

[BHmage0036_100x

|) Imagend3s. oif files
|C)Imagenn36,_100x.of . files
|21 Image0037_40x.off files
|C)Imagenn3a_100x.of files
|C)Imagenn3s_100x.of . files
|2 Image0040_40x.off files
|C)Imagennd!_100x.of files ImageDUSTij
| Imagenn42_100x.aif fles ImageDUSS 100x

| |

|
File name: | ERER = Save |
File type: I Olympus Image Format [*.oif] j Cancel
Custom Save Settings Falder Jump

User Camment

2

My Image Folder

Clzar

[v TIFF Compression Calculate Expected Compression Rate |

I | save &l Tmages.

% fidld number; £ Add time stamp £ Gvermrite
ot —— x|
Save n ) 20130328 ¥ - cf Er
Image003s. of files | Image043_100x of.
Image0n36_100x.of fies 152 Image0045_{00x_Mv.of.files
() Imags0047_4t» s
1) Tmags0045_100x_syprul.oif fies
Image0n41_100x.of fies
Image0n42_100x.of fies
Fie name: — [imagen2 | Save.

File type: TIFF ("t tf) - Cancel

Custom Expork Settings

"Fvldw Jump——

Py Image Folder

[ROI
& Ho Overlay € ARG £ Selected ROT o 2D
€ Select=d ROT Ghape (5elect one or niore in the Following)

A SO S HEIN N 2

Qutpuk Format [ferge Channel (using assigned LUT) = T_‘“”T_ B == T
T2 15 2l =l e B E
olof ] ] u e el

Range

Single by 20| Range by 20 Reset
Start End Stey
21 o F——J[w At 5 1wimn

5). Check the Save Properties as ASCII Text button if you export the metadata.

6). Click Save button.
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Re-Using Acquisition Settings

Open a saved image which was aqcuired with the settings you wish to reuse
click on the double arrow icon

\,

o I e el L0 ALY
AEEER 8 eeocwan [ o A

[ 2D Control Panel B

@ £|=/88

The 2D Control Panel’ window will open

Tz —J— 14 | 21
T |_1
L f—— |_1
Click the 5th button along the top. A

The ‘spanner arrow to microscope button’ [

Automatic setting
ZT ZL LT ZC CﬂllcﬂLl
This will re-configure the microscope to the same as when this ChZ|T|L

i Manual settin
image was captured e———g Z'"""ﬁj

Row |ch «| Tintvl. =
L intl. -

=] | Auto [}
Multi Plane View

) Need Projection and
|~ [ Merge in Tile Mode
~Profile

Grid
T mmm

For 4 colour images where you have used the O Virtual Channel Controller ==
virtual channel scan, the above ‘re-use’method Phase [1 -| O E = ;
WI” nOt Work Start Stop Open Save;t View

Instead, when you have perfected your 4 colour
imaging conditions, click the’Save As’icon.
This will save the image ‘protocol’as a .ovp file.

When you wish to re-use these imaging
conditions, open the virtual channel scan using
via the dye list. The open the ‘protocol’ file using
the‘open’icon on the ‘Virtual Channel Controller.
This will re-configure the microscope in both
phases
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Laser Damage Experiments (l)

Click on the Stimulus Setting button

2

Select the single line icon
and then draw a line in

" the'Live View window’ across
the cell you wish to bleach

) stimulus Setting

UseScanner
™ Mone

Mode

 Main

0O &

=< Fast 10.0usPivel Show =
a—) v

w5

—r
e ]
]

.

PrAdubus  Lo1.360ms  Fr11.758s

e This indicates the 405nm

| laser will be used for
bleaching

< I > 100.0 %

You can set the system to
manually or Auto Stop the
bleaching.

1e StartSetting

e & Manual [ Mmﬂw| i ime _J
To set Auto Stop, check the " Main 5C8
box and input the time you ;’: ;u.. an -nnp.::-..u.
wish to bleach for R e s
Wlast T
NnaneSesn
Actreation
0
Frama |
vl Thime
o + | IR | 0, 000

TR S
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Laser Damage Experiments (Il)

Draw a line in
the ‘Live View window’ across
the cell you wish to bleach

1 i S 1038 TR o reiB0R 304 | i 162D Taoe 1P

Select SIM Lightpath icon Dl’“““““‘““““ i -
< foousx2 4 ‘ @ |Lig||tPat|| 0 @
Activate timelapse |mag|ng {? Focus x4 | Wy Repeat | Stop SIM Bleach Stop

- Imaging
L. . Lambda| Depth | Time | 1§ I~ Bleach start-stop by Key
by clicking on ‘time’ [ cnvisel W_l__J_J—

Adjust capture parameters (time
interval (in seconds) and number of
images required)

FreeRun will capture at the shortest )
~TimeScan

possible interval based on scan Ge

speed and frame size (type 0). Interval! FreeRun Hum] &0 ?I'?i | G_‘I_[
Itis possible to set a larger than

anticipated number of frames to

capture and then manually stop
scanning if required.




DUNN SCHOOL UNIVERSITY OF
BIOIMAGING FACILITY OXFORD

Laser Damage Experiments (Il)

Pre-bleach: Begin the image capture by clicking XYt Scan button. Focus x2 Q E@
Allow several frames of pre-bleach scanning. Focus x4 | xy Repeat | xy

Stop

bleach: Press the Bleach icon along the top of the Image Ll-'l:I.IIJ..th -#- @
Acquisition Control window. You will need to press ‘Stop’ if B | e
you have opted to control the bleaching manually. ' itk i o dorey
Timelapse: If the response is fast, then you can manually stop the
scanning. If longer is required, you can add to the image by clicking
‘Append New’ which will capture additional frames.
<mmmano f:-e;_r::-luintr.\::

«IIDEED
f

—> —>

pre-bleach bleach timelaspe
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Stitching (I) - Image Acquisition

Set up ‘Multi-Area Timelapse’ mode

File | Device Display Live FRET Processing Analysis Tools

P Microscope Controller. ..

BEFORE you place your slide/dish on the microscope, start the
FV1000 software, and select “Multi Area Time Lapse” (MATL) from
the “Device” tab on the top of the screen.

Time Contraller. .

Multi Area Time Lapse. ..

| Mulki Area Time Lapse Yiewer ...

I = E | e,

=< Fast 2.0us/Pixel

ﬂ )l I Sluujl‘ém !l

|P:2.I]us L:12.696ms F:6.653s  S:20.552s |

The “XY stage warning” window will pop up with the statement:
“This stage will move in a wide range to detect its mechanical
origin”. Click “OK”". This will cause the stage to move around. When
it is finished moving, you can place your slide/dish on the stage.

You should see 3 new windows: Stage Control, MATL Control, and
Registered Point List (more detail on those later).

B Image Acquisition Control

s

Set up your scan parameters

Focus x2

>

XY Repeat

®
XY & 20 Stop

Lambda) Depth  Time |P I |
{ dause

HDRi

Focus x4

Ch Visiblel

Load your dyes (virtual phases cannot be done in
combination with MATL), find a region of interest on
your slide, set exposure levels, etc. If you wish to
merge Z-stacks, set your start and end points, then
click the “Depth” button in the “Image Acquisition
Control“ window. It is essential to click “Depth”
BEFORE setting up your matrix, otherwise the
program will function only in 2 dimensions.

] —

Set Destination for saved files

iFile and Folder ]

—Image Folder

Folder Hame I D' FV10-ASWlsers'alan'stitching test

Click the 4th button from the right (disc & wrench) on the
Registered Point List window, which will allow you to set
the folder destination (Folder Name window). You also
have the option to name your image files (this will show up
later on the Registered Point List spreadsheet).

[¥ Auto create sub folder every experiment.

Sub Folder Hame I Fvio_

" Add number
o

{* Add a time stamp

ing rules

Add number
[
[

when Protocol Ready is selected.

|| [ Position Folder llame | Track o000

Image File Hame I Image |0000

|_ Re.
[ | Add Well position before folder, and file name.

image file

—Image Save Format

' 0IF ~ 0IB

Bleach | Stop

I” | Bleach start-stop by K

| OK

| Cancel I
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Stitching (Il) - Image Acquisition

Set overlap

The 3rd button from the right on the MATL Control window
opens the “Preferences” window. Click the “Index Size” tab.
The overlap setting is in the window next to the % sign.
100% = 0 overlap. Some overlap is required for optimal
image stitching to produce the most seamless combined
image. The optimal amount of overlap is determined by
the total magnification:

((Obj. mag. X zoom#)/ 8 ) + 3 = ideal overlap%
For example, if you are using a 60X objective with a zoom

of 1.5, the ideal overlap is around 14%, and you would set
the overlap # to 86%.

Set scan order and pattern
Click the “CoordCreateDir” tab:

The “Normal” scan pattern is recommended.

mprererence xq

General Index Size | Alignment | Overlay | CoordCreateDir | other |

[¥ Based on Scan Size
X Index 1865 [um]
¥ Index 186.5  [um]
88 [%] ————
OK | Cancel |
mprererence x

General | Index Size I Alignmentl Overlay CoordCreateDir |0ther I

—File Hame Generation Direction

{+ By Scanning Order
{~ By Stage Position
& - Dir, =¥ - Dir;
{* Leftto Right ¥ Top to Bottom
= Right to Left " Bottom to Top
—Point Generation Direction
—X - Dir =¥ - Dir
{* Left to Right {* Top to Bottom
i~ Right to Left {” Bottomto Top
—Scan Pattern ~Preview
* Normal El — E—. m
i~ Zig-Zag /
peraunt | [T]— [F—[5]

OK | Cancel




DUNN SCHOOL

UNIVERSITY OF

BIOIMAGING FACILITY OXFORD

Stitching (lll) - Image Acquisition

Define your matrix [ iy s e Lapse Conroler =

| File Edt View Options

The MATL Controller window displays a grid. The yellow ~ Zoomed Stage Wibiime Home Coordmats] — - Whole Stage View
crosshair shows the position of the sample in the view field
on the grid (“you are here”). The red cross marks the center
of the grid. The x y coordinates of the yellow crosshair (rela-
tive to the center) are shown to the right of the grid (and in
the windows of the stage controller). You can zoom in or out

. . . H————
with the slider bar to the right. [ son
\ 4
oo
The “Define Matrix” button (3rd from the left in the MATL Baa
Controller window) will allow you to specify a set number
of squares across and down. x
Row I 3
Click“Set”and the yellow crosshairs will be centered in the comn [ st |

defined matrix. The coordinates for each square will be
loaded into the Registered Point List.

I~ | Register. In Multiple Well Plate

DisplayWell Selection |

[l B Multi Area Time Lapse Controller | == =1

I| Fie Edit “iew Options |

Your matrix should look something like this... EE PN EFE S ErE

—Zoomed Stage Map - 5 —Whole Stage View

kllagei:aq&nageuous]

’ T [Imagei.lll]lagglnqﬁhagennngl J —_— J
8000 %
. Stage Position
— X 0.0 um
i 0.0 um

Scale : A000.0 umi/div

1
0.0
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Stitching (IV) - Image Acquisition

Take images

You will use the start controls in the “Registered Point List” window instead of the “lImage Acquisition Con-
trol” window. First click the “Ready” button (bottom left). When the machine is ready to start, the next
button, “Play”, will change from a grey arrow to a black arrow. Hit “Play”. You should see windows appear for
all your channels in the “Live View” window. If you are Z-stacking you should see a z-stack # indicator below
the “Ready” and “Play” buttons in the bottom left corner of the Registered Point List window. “Total Time”
(bottom right) gives you an estimate of how long the scan will take. The system will scan the entire Z-stack
for square 1 (if applicable), then move to the next square.

B Registered Point List x|
|| File Edit Contral Options |

= EI@I[%JEI (] | | N A B

Ho. | Enable | X [z [ z start [ ZEna [ Laser(405) [ Laser(188) | Laser(559) | (CHS1)}-HV | (CHS2) HY [ ch3yHy [ {TD)-Hw
1 [~ -186.3 186.3 1048.33 1048.83 104583 XYZ 1.0 1.5 2.0 T8 720 122 137
2 v 0.0 186.3 1048.33 1048.33 104683 XVZ 1.0 1.5 2.0 718 720 122 137
3 [~ 186.3 186.3 1048.33 1048.33 104583 XYZ 1.0 1.5 2.0 T18 120 122 137
a v 186.3 0.0 1048.33 1048.33 1046.83 xvz 1.0 1.5 2.0 718 720 722 137
5 v 0.0 0.0 1048.33 1048.33 104583 XYZ 1.0 1.5 2.0 718 720 722 137
6 v 186.3 0.0 1048.33 1048.83 1046.83 XYZ 1.0 1.5 2.0 T8 720 122 137
T v -186.3 186.3 104833 1048.33 104683 xvz 1 o 1 5 7.0 718 720 122 137
s [ 186.3 104833 1048.83 104683 718 720 722 137

mw--m-m-m-n_nm_ﬂmm_m

< | 2l
== Total Time Frame Interval Time
EI il | L | interval | 00:03:49.5 Repeat | 1 IV 00 00:00:00.0 IV 00c 00:00:00.0 7
[ 4
o
aald
B Multi Area Time Lapse Yiewer & |EI|_1|

Ii ‘ﬁ. |\§]| E— i”'_” Mosaicho.[5 7]

A View Mode

[ Multi Area Time Lapse Yiewer

Finding the rigth stitch

When your scan is finished, go to the “Device” tab and select “MATL
Viewer”. This opens a new window with a picture of imaged squares.
Click the 4th button (“Select view mode”) and select the bottom
button (green tiles) on the drop down menu.

This should arrange all the images in their proper order.
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Stitching (V) - Image Stitching
Stitching:

To generate a stitched image go to the 3rd button on the MATL Viewer B Multi Area Time Lapse Viewer
(“select action”) and pick the 6th button (“stitch”) in the drop down
menu.

This will open the “Stitch View” window. Click the “Show” button to
generate an initial stitched image in the window. Finding the ideal
stitch requires a bit of trial and error. If you are stitching Z-stacks, using
a plane in the center will usually give you the best results. Use the Z
slider to the left to pick a Z plane, and then hit the “Show” button to
re-stitch. The channels used are indicated above the stitched image
and will be initially all checked. If the image is not optimal you can
uncheck some of the channels and re-stitch. The channel with the
most contrast works best for guiding stitching. Try different Z-planes
and channel combinations to find the best possible image.

| [ Comection - LChannal || T At Stitch after scanmimg
. v DAL
b Corpection # Alexa Fluor 488 |1|-Jl.r|||.;\w-|r-:4-r- Giesrlinane I
& Simoothing Akisca Eltion 594
Show |

Open | Save As Close
Status: Repaat=1 Z=1 T=1 i
povens 2(x|

Save i Ilf) sitching test j L] ¥ EE-

. FV10__20131015_133621 (LJFVI0_20131015_140648
Savmg the data: FY10__20131015_134753 [COFY10__20131015_142111
FY10__20131015_135202 (Ctestl of files
FY10__201531015_135357 (C)testz of files
FY10__201531015_135545  [Rigtest
FY10__20131015_135629 [ggkestz

Once you generate a stitch you wish to keep, click the “Save As”
button on the bottom right of the Stitch View window.

File name: Itest3 j Save I
If you are saving a Z-stack stitch, you must check “Apply to series"to  saeastpe [orrieren =] | conce

add all of your stacks to the image. Files 1 GB or less can be saved inwuformation
the “oib” format. Files larger than 1 GB should be saved as an “oif”. If Save the image for Series.
you have Z-stacks and/or 20+ tiles you will likely choose “oif”".

rApply to
¥ Series [ Repeat

—Set Repeat Range

P —F 4
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Stitching (VI) - Image Display

The .Oif file can then be opened in
the Olympus FV1000 software,
where the z- stack can be scrowled
through

73 TLEGh |Sim:731 30E31 5eizl) ntd ZoomAn1a%|

The .oif file can also be
opened in Imaris soft-
ware for further
advanced image analysis
and generating displays
for presentations etc.




Live Cell Olympus
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Check the booking calendar. Are you the last user?

1.Remove your sample from the microscope
2-Clean the objective lens using lens cleaning tissue
3.Switch off the fluorescence bulb

Turn off the Multiline argon (457/488/515) laser;

1<Turn the key anti-clockwise into the off position.
2.*WAIT* for 5 mins.

3-When the air blowing from the fan is cool
4.Turn the power SWITCH off.

Turn off the 559 laser;

1<Turn the key anti-clockwise to the off position.
2-Turn the power SWITCH off
(there's no need to wait here!)

Turn off the microscope keypad.
The On/Off button is on the BACK.

© ©® ofe o

Log off the computer.

Switch off the controller box
(the black button on the left)




