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The distribution of intracellular keratin protein in ameloblastomas was studied. Antikeratin
antibodies were used against total keratin extracts from the human stratum corneum of the foot
sole by the peroxidase antiperoxidase (PAP ) method. Formalin—fixed paraffin—embedded tissues
were employed.

All 17 cases of ameloblastoma showed moderate to strong stains for keratin in the cytoplasm
of the cells present in the nests and cords of ameloblastomas, whereas the endothelial cells and
other stromal elements remained negative. Intensity of staining of keratin was stronger in the

stellate cells or spindle cells in the central region than in the columnar cells at the periphery.

%)

HAKREFHE H2% H15  (17~27) WBHS8E 6 H

1%%»L§EK$H573%7§E@%E
(2B T % RIBMRRA L F AR

R OE, Bl EML B B,
Rl EZ, BH ER

W HARZR A0 F 80 OISR R

AL E R K2 OB R % B E

(EfE BULE= #%)
*(EE D NEFR #i%)

Immunohistochemical Study on Localization of
Keratin Protein in Ameloblastomas

Tohru KAKU, Miki TATEYAMA, Toshio MATSUBARA
Tomizo OKUYAMA, and Masayuki IWAI*

»

Department of Oral Pathology, School of Dentistry,
HIGASHI-NIPPON-GAKUEN UNIVERSITY

*Department of Oral Surgery,
SAPPORO MEDICAL COLLEGE

(Chief : Prof. Tomizo OKUYAMA )
*(Chief : Prof. Gen-iku KOHAMA )

Abstract

2fF 1 BBAI584 3 A31H

(17)



18 wsk = oM rrANEREICETASTFCERDRE

The present report is the first immunohistochemical evidence that keratin is a component in

epithelial portion of ameloblastomas of the jaws.

Key words . Immunohistochemistry, keratin, ameloblastoma
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K& %47y, Graham and Karnovsky 7%
IZ#E U T 3, 3 ’—diaminobenzidine (DAB, Sigma)
50mg/100ml IZ THE» > BIZKIG X &, Bioleit
BAZITOEMR L 2, @1 Carazzi's hem-
atoxylin Z v /-

TIFVREDOBEAMEE LT, KE, Ok
HRE B %, EBtEstide LT, EREYHFMm
Hr—Koifke L THERL 7=,

HMZEARTEIZIAT MY Y -2V Y

(hematoxylin—eosin) 38 %47 - 7=,

Staining Method for Peroxidase
Antiperoxidase Procedure

1. Deparaffinize sections with 2changes of xylene,
and then hydrate through graded alcohol solutions
to distilled water.

2. Place sections in cold phosphate buffered saline

(PBS) pH 7.1 for 10 min.

3. Treat the sections with pronase (protease type
VII, Sigma), prepared immediately before use at
concentration of 0.025% in 0.05 M Tris—HCI
buffer, pH 7.6, for 10 min. at 37 C.

4. Washin 3 changes of cold PBS for 5 min.

5. Apply non—immune swine serum diluted 1 : 10 in
PBS for 10 min. at room temperature.

6. Drain off excess serum (do not rince)

7. Apply primary rabbit anti—keratin antiserum of
1 : 800 dilution.** Incubate overnight at 4 C.

8. Wash in 3 changes of cold PBS, each for 5 min.

9. Apply swine anti—rabbit IgG serum* 1 :20dilution**
for 30 min. at room temperature.

10. Wash in 3 changes of cold PBS, each for 5 min.

11. Apply rabbit peroxidase anti—peroxidase complex

(PAP)* ata 1 :50 dilution** for 30 min. at room
temperature.

12. Wash in 3 changes of cold PBS, each for 5 min.

13. Stain for 2 min. at room temperature in freshly
—prepared DAB solution :

0.05 M Tris—HC! buffer, pH 7.6 100 ml.
3, 3’-~diaminobenzidine tetrahydrochloride (DAB)
50 mg.

Dissolve, filter and just before use add 1 mL. of 1

% hydrogen peroxide in distilled water.

14. Wash thoroughly in running tap water for several

minutes.
15. Counterstain with Carazzi’'s hematoxylin for 2 min.
16. Wash in running tap water for 5 min.
17. Dehydrate through graded alcohols, clear in xylene,
and mount in Bioleit.

* Dakopatts A / S, Copenhagen, Denmark
** Dilutions are made in PBS containing 1% normal
swine serum.
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Explanation of Figures.

Hematoxylin-eosin staining of ameloblastoma. The epithelial cells formed a network of
cords which traversed irregularly in the scant or loose connective tissue stroma.
Magnification X 45.

Immunohistochemistry of keratin in section of same specimen as in fig. 1.
Positivity is obvious throughout the neoplasm.  Tumor cells reveal weak to strong
staining for keratin. Intervening stromal cells are negative. Magnification X 45.

High-power view of tumor cells shown in fig. 1.
The perpheral cells of cords or strands are columnar and surround the spindle or
stellate cells in the interior. Magnification X 280.

High-power view of tumor cells shown in fig. 2. )
Stellate cells in the interior reveal strong staining and columnar cells at the per-
iphery reveal weak to moderate staining for keratin. Magnification X 280.

Hematoxylin-eosin staining of ameloblastoma.
The ameloblastoma consisted of anastomosing masses and strands of epithelial cells
separated by fibrous connective tissue. The tumor tissues are surrounded by a per-

‘ipheral layer of columnar or cuboidal cells. The central portions tended to resemble

the stellate reticulum of enamel organ. Magnification X 45.

Immunohistochemistry of keratin in section of same specimen as in fig. 5.
Positivity is obvious throughout the neoplasm. Tumor cells reveal moderate to str-
ong staining for keratin. Stromal cells are negative for keratin. Magnification X 45.

Medium-power view shown in fig. 6. Magnification X 112.

High-power view shown in fig. 7.
Stellate cells in the interior are stronglly positive for keratin. Magnification X 280.

Hematoxylin-eosin staining of the ameloblastoma.

The ameloblastoma consisted of anastomosing masses and strands of epithelial cells,
sepatated by fibrous connective tissue. Aportionof epithelium resembled squamous ep-
ithelum. The peripheral cells formed a continuous row of columnar cells. The central
cells were polyphedral or spindle. Magnification X 45. ’

Immunohistochemistry of keratin in section of same specimen as in fig.9. Positivity is
obvious throughout the neoplasm. Stromal cells are negative. Magnification X 45.

Hematoxylin-eosin staining of ameloblastoma. The lesions consisted of fibrous connective
tissue, . throughout which were scattered islands and strands of epithelial tumor cells.
Note the squamous metaplasia and the hyaline band surrounding the tumor islands.

Magnification X 45.

Immunohistochemistry of keratin in section of same specimen as fig. 1l.

Moderate to strong staining for keratin was seen in the tumor cells. Also keratin
was localized at the central part of the tumor island which revealed squamous metap-
lasia. Counterstain with hematoxylin. Magnification X 45.
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