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We routinely use 10% neutral buffered formalin for fixing our BrdU

treated tissues (fix for 24 to 48 hours). This procedure is the one we use on

paraffin sections. It will also work quite well on cultured cells and frozen sec-

tions with a few minor modifications.

A recent reference to our technique is:

Rose, M,L, D,R. Germolec, R. Schoonhoven, and R.G, Thurman (1997).

Kupffer cells are casually responsible for the mitogenic effect of peroxisome

proliferators. Carcinogenesis 18(8); 1453-1456,

Staining procedure:

BrdU immunohistochemistry (using the DAKO Envision kit): the anti-

body is anti-Bromodeoxyuridine, Bu20a from Dako cat # Mo744.

1) Hydrate slides to double distilled water as per standard procedures.

2) Hydrolyze with 4N HCI at 37° C for 20 minutes. All of the remaining

steps are performed at room temperature.

3) Rinse twice with double distilled water, 1 minute each rinse.

4} Rinse twice with phosphate buffered saline (standard rinse and holding

buffer) plus 1% Tween 20,3 minutes each rinse.

5) Blocking reagent. H2O2 (blocking step for endogenous peroxidase), 5

minutes.

6) Repeat step 4,

7) Primary antibody (anti-BrdU) incubate for 10 minutes, 1:200 dilution (20

minute incubation time for preputial gland only).

8) Repeat step 4.

9) Polymer labeled secondary antibody1, incubate for 10 minutes (15 min-

ute incubation time for preputial gland only).

10) Rinse well with double distilled water.

11) Incubate with working DAB solution (1 drop DAB per 1 mL buffer) for 8

minutes.

12) Rinse well with double distilled water,

13} DAB Enhancer2 solution, incubate for 5 minutes.

14) Rinse well with double distilled water.

15) Stain with Aqua HematoxylinMor 35 seconds and rinse with tap water,

16) Place in tap water for 5 minutes,

Dehydrate and coverslip according to standard procedures.

We always include a portion of small intestine (because of the high rate of

cell turnover) from the same animal with all tissues to look at for cell proliferation,

The rapid cell turnover makes for a great positive control. Also, if it is from the

same animal then It is easy to know if the osmotic pump failed, i.e., no staining.

1. Part of the DAKO Envision Kit (TM; catalog #K1392); contains predicted

blocking reagent, polymer-labeled secondary antibody, and DAB.

2. DAB Enhancer™ is available from Innovex Biosciences (catalog #NB308).

3. Aqua Hematoxylin™ is also from Innovex (catalog #!\IB305A),
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Polished surfaces of polymers, metals, thin films for
SEM/BSE or SPM
Correlation microscopy: sections from microns to
nanometers for FTIR, LM.TEM.
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www, rmc-scientific-com/microtomes
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Modern Coating Solutions for
Today's EM Sample Prep Needs

Compact modern desktop systems with fast cycle times. Carbon and
sputtering systems for all SEM, FE-SEM and TEM applications.
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A Spm AFM image of polydimetfiylsiloxane (PDMS)
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A 14pm u-ivi image ot a tniniipm manciaye
Courtesy of Delphine Gourdori

EPFL

of Scanning Probe

Microscopes.
A 30GA cross section STM image of GaSb/lnAs stiperlattice

Courtesy of Baruosa-Carter, Bennett, and Whitman
Naval Research Laboratory

N o one instrument can possibly provide the best solution for
every application. That's why Thermo Microscopes™ offers a wide
range of scanning probe microscopes (SPM). And that's the reason
we developed our line of application-specific SPM systems.

Take our Polymer System™ for example. It includes the award-
winning Explorer™AFM that lets you scan in the fiill continuum
of both contact and non-contact scanning modes. No need to
depend on one mode that doesn't work with soft samples, or one
that is certain to result in probe damage when you scan very hard
samples. You select the scanning mode that's best for each of your
applications.

Along with Explorer, the Polymer System includes the
Pulsed Force Mode imaging accessory for measuring adhesion
and compliance; a T̂A™ imaging accessory for mapping thermal
conductivity as well as measuring local thermal and mechanical

properties with a hot/cold stage for temperature-dependent
studies; application-specific software; and much, much more.
In other words, you get everything you need to help you find
answers to many of the most challenging polymer research
questions.

And the Polymer System is just one example of our SPM
systems. ThermoMicroscopes SPMs are used in a wide range of
research applications by respected scientists in Fortune 500 com-
panies, universities and government laboratories throughout the
world. They're proven performers backed by the world's largest
instrument manufacturer.

So, whether you're considering your first or your tenth AFM,
check out ThermoMicroscopes. Compare our performance,
service, price and results. You'll see why our instruments offer
The Difference You Can Measure™

WITHERMOMiCROSCOPES
ejSPark Scientific Instruments JefoPOMETRIX

1171 Borregas Avenue, Sunnyvale, CA 94089 USA Telephone 408.747.1600 Fax 408.747.1601 Email infD@thermomicro.com

www.themiotnicro.com
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