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Studies on antibody forming cells: 1. Histochemical localization

of injected horseradish peroxidase in rat spleen
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2. Incubate in 0.2% 3, 3'-diaminobenzidine (or 4-
Cl-1-naphthol) in 0.05M Tris buffer containing 40

% ethanol and 0.045% hydrogen peroxide, —10°C,
10~20sec.
3. Wash with three successive 35% ethanol,

—10°C
4. Dehydrate with 50%, 70% and absolute ethanol,
—10°C
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ABSTRACT

Studies on antibody forming cells
1. Histochemical localization of injected
horseradish peroxidase in rat spleen.

Sang Ho Baik, Jae Do Shim, Ka Young Chang
Kwang Ho Lee

Dept. of Anatomy, College of Medicine,

Seoul National University

Adult rats were injected intravenously with 20mg
of horseradish peroxidase. A series of rats were
sacrificed at intervals ranging from 1 minute to 24
hours, and spleens were processed for sensitive
histochemical reaction to localize exogenous peroxi-
dase. Methyl green pyronin staining and acid phos-
phatase reaction were also applied to them singly or
combined with HRP staining.

Numerous HRP trapping cells were found through-

out the red pulp, junction of red and white pulp of




the spleen, while in the white pulp, no evidence of
HRP positive cells were obtained.

Lysosome rich cells in both of white and red pulp
appeared positively by the acid phosphatase reaction,
but not all of them were positive in HRP staining.
In HRP-MGP double stained sections, HRP was
localized mainly in the macrophages of the splenic
cord and lining cells of the blood sinuses.

Uptake of exogenous antigen by the splenic macro-
phages was recognized 1 minute after injection and
was increased progressively up to 2 hours. No trace
of HRP was observed in the cells or in the inter—
cellular spaces of the white pulp.
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Legends for figures

Fig 1. Rat spleen, 2 hours after HRP injection. Numerous cells of red pulp were reacted positively. In
white pulp (right lower, W), positive cells were less numerous but showed same intensity of
reaction. Acid phosphatase reaction. X430

Fig 2. Rat spleen, another section of same material as shown in Fig. 1. Stained exogenous HRP with
3, 3'-diaminobenzidine. Positive cells were localized at the junction of red pulp(left half) and
white pulp (right half, W). X430

Fig 8. Germinal center of white pulp, 2 hours after injection of HRP, of same material as shown in
Fig. 1. Methyl green pyronin stain. Note the presence of numerous pyronin positive cells and
pale macrophages (arrow) containing cell debris in their cytoplasm. X430

Fig 4. Rat spleen, 10 minutes after injection of HRP, stained with 3, 3'-diaminobenzidine. A few HRP

positive cells were present. Note the negative shadow of nucleus. Background is unstained. X430

Fig 5. Rat spleen, 2 hours after HRP injection, stained with 3, 3'-diaminobenzidine. Numerous HRP

positive cells appeared mainly in the vicinity of white pulp. X430
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