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In this paper. an alternative p d for the histochemical d of HRP using amonium
hep lybdate (AHM) as a ilizing agent and vl it (TMB) as a chromogen is
reparted. This procedure avoids the two main problems that occur in previous methods using sodium
nitroferricyanide (SNF) as the stabilizer, namely, the of dle-shaped crystals at non-specific

anatomical sites, and intensive tissue shrinkage. A comparative study of both. the TMB-AHM and
TMB-SNF methods, was performed in the analysis of cerebral cortex afferent connections of the lizard
Podarcis hispanica. This study demonstrates that the two methods are of similar sensitivity. The
TMB-AHM reaction can be carried out at physiological pH (from 6 to 8). thus, avoiding tissue
contraction. The reaction product is of an intense blue-green colour and, as with the TMB-SNF method,
shows ion. The of specific precipi s ¢ cly avoided when the incubation
medium is maintained at a pH in excess of 5.

Introduction

One of the most extensively used techniques in the tracing of neural connections
is the injection of horseradish peroxidase (HRP). Since its discovery (Kristensson
and Olsson, 1971; La Vail and La Vail, 1974) a large number of neurohistochemical
techniques, using different chromogens and /or experimental procedures, have been
developed in order to increase the sensitivity: diaminobenzidine (DAB) (La Vail and
La Vail, 1974; Streit and Reubi, 1977; Adams, 1977); DAB-glucose oxidase (DAB-
GOD) (Itoh et al, 1979), O-DIA (De Olmos, 1977): benzidine dihydrochloride
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