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1. Switch on Hardware

aprwbdE

Arc-lamp power supply (under table)
Switch on ‘scope.

Switch on Uniblitz shutter

Switch on camera.

Start PC.
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2. Microscope parts

Condenser turret
halogen-lamp

(transmission)

Condenser
Eyepiece focus wheel
Stage
Nose piece Main power
Focus wheel

Reflector turret
Objective

2.1.Uniblitz shutter control box

Front
Back

Power
switch

» -
UNIBLITZ*®
MODEL VMM-D1

SHUTTER DRIVER

Manual
shutter
open




2.2.Right hand side of microscope

FL -
Excitation
light
shutter
Reflector carousel
control — selection
HAL - appears in Condenser
Halogen assembly display
light power

Raise/Lower Stage for mounting
specimen

2.3.Condenser assembly

Field iris diaphragm

(metal lever)
Condenser
aperture control

Condenser centering screws

Condenser selector

Display showing current
condenser
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3. Set up Kohler lllumination i requireq)

Kdhler illumination was first introduced in 1893 by August Koldéthe Carl Zeiss
corporation as a method of providing the optimum specithenination. Kohler
illumination is not important for fluorescence or cordghdiowever if a transmitted light
image is required, the microscope should be set up witheKdlumination.

1. Mount slide.
2. Switch to 10x objective.

3. Focus on sample (maybe use fluorescence channel if
possible then turn to brightfield).

4. Close silver leveField Iris Diaphragm.

-

5. Raise condenser close to sample usingdenser
Focus Wheel

6. Turn condenser to'H for bright field using the buttons on the
condenser turret.

7. Focus condenser usingondenser Focus Wheeintil
iris-diaphragm (NOT THE SPECIMEN!) is in sharp
focus.

8. Re-centre condenser if necessary using silver,
Condenser centring screws

—

9. Open theField Iris Diaphragm until it just fills the field of view as observed through
the eye pieces

10. Remove one eyepiece and close/operCthedenser Apertureintil it just disappears
thhe ocular. Put eyepiece back!




4. Start Software

1. Log onto WCIF intranet.
2. StartAxiovision

5. Start new experiment

1. Inthe “Work Ared dialog, Load a new experiment

W
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Workarea

% Microscope

AxioCamHR,

12 Scalings

g Decorvolution
|k Image Processing
-4 Measurements

. Multidimensional Acquisition

template.
2. Select arexperiment
y i
Load Experiment ﬂ
Location | Mame { I Channels I 25kack | Timelapse | Positior
WorkGroup:  Multi-Channel focus correct 5: Orange Green Blue Red Far Red - --
WworkGroup:  Multi-Channel 5: Orange Green Blue Red Far Red
I H

Cancel Load File...

=]

6. Focus on specimen

Waorkarea

x|

Microscope
B AxioCamHR
12 scalings
) Multidimensional Acquisition
&' Deconwolution
{4 Image Processing
A Measurements

e

e BEA /
=

Hame: red

| srap | [E5"Estended paramet rﬂ

~Exposure -
Time:

7 _|::' ms |G measde
Mode: —_——}

' futo " Camer

1 Fixed

~Hardware Setting
During acquisition ...

23 - ORANGE 2vhs -

|| Afker acquisition ...

‘ £
Live

Mame:

™\
Expetiment |® C |§ z |’.‘_‘ T |
— ORtions
¥ multichannel - 1 Channel
[~ Z-stack -2 3/1.000 pm
(5 I Time lapse  -T  1/1.000 sec
I~ Posttionlist %
I™ | Mosais Mo
—Experbent— —

I Default_Setting

= Load |

Save 'l » HeUsel

Irnage name:

| Experiment_

[~ Show preview at St

art -F'review

—Settings For Expetiment

Before experiment ...

After experiment ...

= (&4

<] (5

1. Click onf€@ c] “C”tab to select Channel controls
Activate your brightest channel by selecting the chaarab

and then clicking onGo’

L

2. Adjust camera exposure for each channel by clicking the
* button and OK the subsequent dialogs.

3. Open tive window” by depressing thkive button on
the main toolbar then focus on specimen.
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7. Set focus-correction (if required)

Each wavelength has a slightly different focal planetdysoor — =
chromatic correction of the objectives and filter d@tfects. This | o=

B fodoCambR
& scalings

may be negligible for your specimen and you may nod nee & B

&' Deconwolution

correct for it. If you do... i

#, Measurements

A. Click on the" Extended Parametefs
button in the Multi-Channel Acquisition dialog to opm LY L HEe

“Extended Parameters” dialog. | [T

Extended Channel Parameters | I - m‘
Channel # [ |2 B | Hame: red
Enable =
(&= I. o] | snap  TNEE Exstended paameters |
hame |C"annell Channelz Channel3
ime:
El Exposure Time [ms] |""06 =1 |eis 318 |7 =
= measure
Exposure Mads |Chanﬂé‘ 8t w | Charmel setti,., Channel setti... ’
Mode: B
i iy [24 100 [=|
Maxlmump\xelmtanslty[/{ = 100 100 @ ato CFxed  © Camera
ShadingCorrection |USE CaMera w |ijse camera s... Use cameras,.. Hardware Settings
Setting during acquisition |"1TC-2 ¥ | Go|Cy3.zvhs DAPLzvhs During acquisition . .,
Setting after acquisition |Flf‘Ds | Go|FL closed.zvhs | FL closed.zvhs C¥3 - ORANGE 2vhs -
Snap Channel | s [snan Snap || after acquistion ...

oy | g
Display settings |5V§tem defé w | yctem defaul System

B. Click on the ®ocus offset(um)” button to open
T the “Focussing window.
| D C. Focus the specimen using the microscope focus
control.

Use thezoomandauto-exposurdbuttons to help

[F e | save | B Duwpicate | [X Remove |
L/
| Fittowindow | [ st A
4

L

D. When the specimen

Fous — : is in focus, clickOK
Position 2 [um]: Distance Z [pum]: . .

[s158175 @] [ 3232.:00 and this will enter the
tra I el focus offset value in to

the channel's
properties in the
“Extended
Parametersdialog.

E. Repeat for all
channels.

2t work

& Load I

Set 0 Position:

(o] ] (]

Use button 'Measurement’ to define referen

- Reflected Light Shutter

=5
ah | o
% Closed LF  Open
Ok I Cancel |

You may need to
change these values
when you change
objectives or
specimen.

RAF (B[ a 0O
NG [#mz1est |[zoom = 0.53
S

\
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Wl orkarea =
% Microscope
gl AxioCamHR,
423 Scalings
=1

& Deconvolution

8. Acquiring
Click the “Start” button to start acquisition.

Multidimensional Acquisition

44 Image Processing
(-4 Measurements

‘Experiment |@ C ‘% 2 ‘/‘3 T |

|'0ptions |

@ ¥ Multichannel -C

\ e

9. Adjust Brightness/Contrast

1. Turn off pseudocolouring. e e e i T P Sl

.................

w |
| v w0 [l

2. Open properties dialog.

W iplay | % avn ([ C. | neEspen

¥ fpply ko sl T

0 [Log [Skp 16383 .|
-0.50 L. - LY b= BestFit
e
Min/Max
— ] _|_| _|_| Linear
|Di5|:|la';.fs or hides the Properties window {.ﬁ.lt+Enter}| £ : i i
20 View | Info Vi Tree View | -0.50 1.00 1,00 Restare
4 Q@Q Q| = e ae.]C

@ of | Tl|m [Displays or hides the Properties windaw (W-




3. Change percentage to 1% and click “Best Fit”.

=loix]

&

Info Yiew | Tres view |

O @RI Q|| - el (5
@ o] [ 2JA

TTog [k

16383 |

BestFit

=
%o
Max

5

Displays or hides the Properties window (Alt-+Enten) -

[Toa [5ip

16383 |

BestFit

@ o] [1] :J&

£
5
Info View | Tree Wiew |
o o0 1 | g

0]

Iz
{¥ Display | % At ||l C. | InfoEsper. |

v apphbooall T




10.

Save as ZVI as this will save many of you imaging pararseExporting your data
without saving as a ZVI can result in data Id&3©N'T DO IT!

Save as ZVI file

Save Image File As

Save in: I@My Documents j & I‘j‘ ER-

2|

|1 Carl Zeiss
@My Pictures
[:I Security

File name: IE wperiment_1

Lef Le

Save as type: I Cail Zeiss Yizion images [*.zvi]

Expork |

Save I

Cancel

YA

11.

o gk b

Export

Select location for file/

Select all channels

w.uknresearch.calwcif

Export- Experiment_1

Base name: | Experiment_1

—Mode

Save in: | Ci\Documents and Settingsitonye, Wi IF\Deskiop
¥ Create project Folder

o~ al
 Z-5tack At T

Channel selection

Select “Generate Merged Image”

o imeE [apse at
" Channels

DEn

V¥ Generate merged image(s)

Select TIFF. —

" Displayed image

™ Use color For channel images

Unselect all other boxes.
Click Start.

™ Convert to & bit

I Gray scale

™ Apply display mappings
™ Burn-in annatations

Outpuk Files:

e |TIF Tagged Image File -
a9 g |

]

Mame

Experiment_1_c1.TIF
Experiment_1_c2.TIF
Experiment_1_c3.TIF
Experiment_1{c1+c2+c3). TIF

Status

Close Stark
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1. Start System

2. Load Multidimensional Acquisition

3. Click “ Start” to acquire
4. Adjust Brightness & Contrast

5. Save as ZVI
6. Export as TIFF
7. Shutdown
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