Quick Start

IPLab 6D
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Switch on Hardware
1. Atleast 1 hr before start environment controlleetjuired (switch at back).
Arc-lamp power supply (under table) if required.
Switch on ‘scope.
Switch on Uniblitz shutter (switch at back).
Switch on camera.
Switch on stage controller (switch at back).
Start PC.
Start IPLab 4.
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Microscope parts

Condenser turret
halogen -lamp

(transmission)

Condenser
Eyepiece focus wheel
Stage
Nose piece Main power
Focus wheel

Objective Reflector turret

Uniblitz shutter control box

Front
Back

Power

UNIBLITZ® switch
MODEL VMM-D1
SHUTTER DRIVE 4

Manual
shutter
open
Should be
“NC” for PC
control




Right hand side of microscope

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

Condenser assembly

Field iris diaphragm
(metal lever)
Condenser
aperture control
Condenser centering screws

Condenser selector

Display showing current
condenser
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Set up Kohler Illlumination i equireq)

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

Remove one eyepiece and close/operCihvedenser Aperturantil it just disappears
from the ocular. Put eyepiece back!
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Mark positions
In IPLab, activate the Live-preview window by:
1. Turn on camera with menu commar@iamera/Acquire”.

2. Send light tdbase portusing the vertical side- @

toolbar. S ZassCond, Turet
3. Open transmitted lightUniblitz) shutteron the N

side tool-bar. iAot
s &2

Uribie TR T G Unibltz S

— Uribdtz-Shutter St @

Choze || Open @ Sutter-Shuther N 1
Subter-Shutter D 1 1-)(:??

: AST-HY Stage

4. Activate the “Record positions dialog”
using the menu command
“Control/Record Positioh

5. In theRecord Position Dialocselect:
a. New Window

T —

& MewWindaw ¥ Clear Flow Courter

b. Increment after record frray Sebup... —
c. Record X, Y and Z rray Mave... " Mindow . [Pasiicn Windcw =]
’ 5L ¥YZ Setonps... A [ = 4

6. Use the Joystick to local a field of view  asisteitan vz

¥ Inciemen Alter Fecond

of interest. ek i
. . , LS A = /240
7. Focus using the microscope’s focus Lnbiitz-Settings. . € Fiocoed Postiontooniables Y = V241
Wirliia| Devics Sethings. .. Z =22

wheel.

8. Record the position with théd It”
button in the “Record Positions” dialog.

9. Repeat Steps 4 to 7 for all desired
positions/wells.

Teks Settirgs...

Ooh

Save theéPositions window(Select window then menu commarilé/Save) to a new
experiment folder and name it give it a relevant name.

Close theRecord positionslialog.

CancelAcquire preview
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Set up Acquisition
Activate the Acquire 6D dialog with the menu comma@adrhera/Acquire 6D”.

This is a multi-tabbed dialog.

General Tab
Activate Previewto set exposures for

Conliguation ! each channel just before starting
losd | Sae | / acquisition.

['Fiame Scan (Scan Volume then sugobeffers | Provide arExperiment namewhich

General | Sze | § ders | Z8AutoFocus | X | Time Lapze will be the folder in which the image
files will be stored.
P’
Expaiivent Name: [nived 4 Set the location of this folder with the
e — “File Path” option. This should be the
[oen 6 — sa_m:je as the location of your positions
| — window.
- Keep as IPLalfile typeto maintain
metadata.

B¢ Cimate Timng Window
e duitn Arange wWindows

Size Tab
This sets some parameters for the camera but many can be  Gensal Si= | ShistekFiless | ZhéutoFacu
adjusted during the pre-acquisition preview. & FtFae
C ROlonwindow: [
Typically you would set it to be full frame alin Width and  Custom Rect
Height as 2. w o i
LLeft: I— _|| At 1344

Ballai I 24 &

Bnwigk: [z H| =
BinHeicht: [& _H]
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Shutters and Filters

Here you set the channels you wish to acquire. Fortbiigltd (phase or DIC) you need
to use the Analyzer Filter and the Uniblitz shutter (Wlsbould be set &nutter J).

For Fluorescence channels, the shutter is the Zeisssnapes shutteSfutter 2. The
filter cube can be selected from thelter name’ drop down box.

- Canfiguration
Load | Eave I ‘
|kf|:iur|a Scan [Soan Yolme then saitch flters| ﬂ

Gereral | Size  ShutteriFikers | ZhaucFeeus | v | Tive Lapse |

Shutter 1 [UnibikzShuter =] _L I Shutter2: | Zeiss Shitterlpreset =] (L | Shutter 3
pen Fos pen Foz: ot [ | Open Pas

0]

I [ = Clase Pag. [Close -] L] Close Pos:
[ Feep open duing 2 Scan [ FKeep ope duing 2 Scan ™ Keep
[# Fmep open during Presisw [¥ Keep open duing Presiaw W Faeo

Shutter 1 Open Delayim): |20 ] Shutle 2 Open Deleyme) [5 4 Shutter 30

Fiker Wheet: |ZeizsCubefpreset) =] L | - Fload Erposues

\windan
Enable Color Baza Name Fiker Hame Exp. Time
F i | [Anakeer Trarem | | —— = ITﬂ
E BEE N EE =] T
F 2 gl [fc | |GE =] ERE
W& i (DsR _L |} oer = |2|:I_i|
s

Select the required channels.

Z &AutoFocus
Turn on AutoFocus at each XY position.



XY
Activate ‘Use XY. —_

Select the optionFrom Positions

UseBrowseto locate your saved

positions WindOW. ==

4 3
P
-

Time Lapse

—Iv Uze Time Lapse

Save Settings
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Gereal | Size | ShuteitFinar: | ZututoFocus MY | Time Lapse
— [ Lse
1 Folder Format
% Pogtion el
WindOV\r. \
7 Dialine &t Previsw
* From Posifions Window
C window [Prsitiars windo 3 |
[ Fila |E:‘4
= Broveae

Scan Tvpe (or Aray Windoes) ILH-?&*Ie- j

Set your time-lapse parameters here.
Generall Size I Shutter&FiItersI E&.-‘i‘-.uh:uFDcusl = Time Lapze
Ilnterval & Ewp. Length j
Frames |4EI
Interval |3E1 ﬂ Imin j
E speriment Length |24 il Ihr j
This experimental configuration can be saved with the
“Saveé button at the top of the dialog box and used later with™ . |
Lioad Save

the “Load’ button. Save the configuration to your

experimental folder.




Activate Preview Mode
Clicking OK in the Acquire 6D

bD Acquire Preview
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x|

. : : c
dialog activates “Preview Mode”. #posures (ms]

Here you can switch between each

= ﬂ AE Target Max |2|J4a Auto Fu:u:usl
/

channel by clicking on it in the

. - ¥ ROl mindmasx | 215.00/2160.00
“Filter Position” table.

Filter Pazitian

Base Mame | E sposure | -
Analyzer Transm 4,00 ms

Set the exposure for each chan
by switching between them a

. 20000 ms
changing thexposure FITC 20.00 ms 7
DAF| 20,00 ms hd

Size INDrm IDevs IW I

Click OK in the 6D Acquire Preview d'ialog.
Another dialog will open telling to click OK to start acqtiam.

Open Series in ImageJ

The timepoints of each position will be automaticaliyed to a subfolder in the
experimental folder as a series of IPLab files.

Run ImageJ and open the time course series with the coammand
“File/Import/Image Sequenceand select the position’s subfolder.




