HOW TO SET UP KOHLER ILLUMINATION

by Humberto Ibarra Avila

1. Switch the microscope on.

2. Switch on the light source.

[ 3. Check the shutters ] {Is there a shuf’rer?}

Open it fully

| 4. Check the light path l«

( Beam path free of filters

or
Loddiﬁonol components?

»
<«

Y

No

( Remove fluorescent filters,
L Neutral density filters

[ 5. Check the condenser

or DIC components

=( Condenser fixed
L and roughly centered?

< > No
( Use Centering screws of the
condenser mechanics, turn them

Until condenser is roughly centered
(wﬁhouf looking through the eye pieces)

6. Select an “empty” position
In the condenser.

(labeled as BF- Bright field or
HF- Hell Feld)

N




7. Put the condenser top lens in
position.
(only for upright systems)

8. Secure your sample on the
stage.

9. Choose low magnification
objective - preferably 10X

10. Check the Field diaphragm
(FD)

)

~—

Yes

11. Check the condenser
aperture. (CA)

Mt

Is the FD open? }

A

Y

No

[ Open it fully }

—
A

Yes

12. Bring the condenser
close to sample.

>l
<«

—> [ Is the CA open? }

Y

No

[ Open it fully }

13.Adjust light intensity to
comfortable working levels.

14.Focus your sample

15. Fully close FD




[ 16. Check the FD

] ( Is the image of the

FIG. 2

FIG. 3

FIG. 4

edges of the FD (polygon)
L sharp?

Yes >« > No
Adjust the height of the
condenser using the
condenser focus knob
\ 4
Is the image of the
edges (polygon) of the FD
In the center of the field?
Yes >« > No

Looking through the eye pieces,
turn the Centering screws of the
condenser mechanics.
untilimage of FD (polygon)
is centered

\ 4

Open the FD until it’s image Is at the
edge of the field of view

v

Re-center the FD.
For fine re-centering of FD,
all edges of The polygon must touch
the borders of the filed of view

Open the FD until it's image is just
out of the field of view.
(Eyepiece or CCD chip)

[ 17. Check the CA




[ 17. Check the CA

18.Check the image of the CA
at the Back Focal Plane of the obj
(Double-check)

A

Close the CA to the point before
the image gets a little bit darker
than with fully open CD

ective.

4 NOTE N\

In case that you wish to use
objectives of higher
magnification than 10X,
repeat steps 14 - 18.

In this case the FD usually
needs to be closed more
and CA open more

Do you know how to look at the BFP
of the objective?

A
Y

No

Take out the eyepiece
or
Use a telescope
or
Use a Bertrand lens

A 4

Look through and watch/focus
the BFP of the objective

y

Looking at the back focal plane (BFP)
of the objective the image of the CA
must fill ~80% of the BFP

y

Put the eyepiece back and
observe your sample

YOU'VE JUST SET KOHLER ILLUMINATION

HAPPY

IMAGING



FIGURE 1.
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FIGURE 6.




FIGURE 7.

~60% ~80% ~95% ~100%




