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Mehtod 1
Formalin fixation — HE staining : immflamatory cells etc.
Indirect Immunoperoxidase Method using PLP-fixed Frozen Sections
Tissues + 4%PLP fixation : frozen section — Immune staining First antibodies
a) anti Substance P polycional antibody (CHEMICON)
b) anti Histamine polyclonal antibody (CHEMICON)
¢) anii human Macrophage [CD68,EBM11] (DAKO)
Method 2
Biotinylation of Substance P (SP)
by biotin-spacer arm-N-hydroxysuccinimide ester
(Amersham, UK)
Binding Assay
incubation In the solution containing biotinylated SP
!
Dipping in Zamboni's fixative
!
Blocking endogenous peroxidase
l
Incubation with Streptavidin-peroxidase Complex
l (Nichirei, Japan)
Dipping in DAB solution
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