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. Start up procedure

Switch on all the button in order : 1 to 4(behind the module), the microscope (5)
Wait for the loading time on the touch screen (a)

Switch on the computer (6)

Open Zen Blue
Select Zen Pro
Select start Calibration

Wait for the calibration (Don’t put your sample on the insert before the calibration)



Il. Software/lnterface description

Locate Menu :

The locate menu (1) allows you to observe the sample, excited by the epifluorescent
lamp or illuminated by the reflected light, with the eyes and to adjust the focus on it.
Use predefined macros to observe the different fluorophores in your sample (2).
Once the focus of the sample is done, don't forget to turn off the transmitted or
reflected light (3) depending on the one you have used.
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Acquisition Menu :

The acquisition menu (1) allows you to make 2D, 3D, time lapse, large images or to
combine these different options (2).
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If you already have a previous image with good settings, you can open this one and
reuse the right settings with the reuse button (3).

In the channel section you can select the fluorophores you want to observe but also
change the led power, the exposure time of the camera (4).

Finally you can locate the field of view in the sample and define the parameters with
the Live mode button (it is fast but with low resolution). if you want to make a live
view that takes into account the final parameters of the acquisition section (5) (You



can change the binning : Binning is a technique to boost camera frame rate and
dynamic range whilst reducing noise by sacrificing resolution. It is often used for high
speed fluorescence time-lapse experiments. Rather than reading out the data of
each individual pixel, data of adjacent pixels are combined and read out together as
a super pixel. Binning values between 2x2 and 5x5 are often used. It is import to
note that 2x2 binning generates a pixel that is 4 times the size of an original pixel.),
Select the continuous button : this will use the same parameters as the snap button
the Snap button (6). To acquire, click on the snap button (6).

Apotome :

Push the apotome arm gently into the fluorescence path on the side of the
microscope. A beep indicates that the apotome has been placed (moreover in the
apotome menu the option apotome active must be validated) (7).

Only 3 to 5 images are needed per phase otherwise there is a risk of bleaching the
sample (7).
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Caution: The focus is the same in wide field mode and in apotome mode but the exposure
time is different. It must be measured again after switching on the apotome arm.

Warning: it is useless to use the apotome with the 10X objective
In order for the software to make the acquisitions in Apotome mode, check in the Apotome

Mode tab that Enable Apotome is checked (and to acquire in Wide Field, it must be
unchecked).


https://www.leica-microsystems.com/science-lab/definitions-of-basic-technical-terms-for-digital-microscope-cameras-and-image-analysis/#c175025

Processing Menu :

In the proccesing menu (1) you can perform different processing (2) on your different
type of images by selecting it in the input part (3) then apply to launch your
processing method (4)
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lll. 3D Pictures

In the acquisition menu (1) check the Z stack option (2). Then open the Z stack
menu then to set up your Z stack: while a ‘live’ image is acquired, use your
fluorescence of interest as a guide.

Focus to the top of your sample and press “Set Last’(3). To define the bottom
position, focus to the bottom of the sample and press “Set First’(4). Then stop the
live to avoid bleaching of your sample.

Select optimal step size for best Z-resolution (5) or define the number of steps or
steps size you need.

Press “Start Experiment’(6) to start the acquisition.
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V. Tiles scan

in the acquisition menu (1) select the tiles scan option (2). In the tiles scan menu
open the "advanced setup" to see your tiles on the sample (3). In this menu, you can
choose different options to create your tiles area:

a) “Tiles or Size” : Define tile regions by number or size
b) “Stake” : Setup new tile regions by specifying two or more markers
positions
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In addition, to facilitate the creation of your scan area, you can activate a “live” to
locate your sample.

Once you have defined your tiles, you can insert focus points to make sure you get a
tile that is sharp and in focus (Submenu “Focus Surface and Support Points”)(4). To

do this, you need to define the number of support points you want to place on your
tile and finally check the focus of each point via a live and a Z height validation.

Press “Start Experiment’(5) to start the acquisition.

V. Timelapse

Turn on the CO2 and temperature box systems to launch a timelapse before the
opening of Zen blue. If it is not the case you must restart Zen blue.
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To activate the temperature, select all the options in the temperature submenu(1).

and for CO2 select the option “CO2 Small V” (2) in the menu Incubation and the
desired value.

To configure your timelapse, select the options you want in addition to the time
series(a) of the acquisition menu (b).

In the time series menu, you can select the number of loops and the time interval
between each loop(c)

Press “Start Experiment’(d) to start the acquisition.

At the end of your timelapse don’t forget to remove sample order, switch off the COz2
bottle, CO2 module and temperature module.



VI. Shutdown procedure

Clean up the objective lens before and after your experimentation with special lens
paper and 70% ethanol or isopropanol. (Particularly objective lens who need
immersion oil or water)
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Note: Only move the lens tissue in oe motion (pass) over the objective
never back and forth, and never touch the middle of the lens tissue.

Shutdown in the following order : Zen blue, the computer (6), the microscope (5),
,then 4(behind the module) to 1.




