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ABSTRACT

Apoptosis is a specific mode of cell death recognized by a characteristic pattern of mor-
phological and biochemical changes. DNA fragmentation is an important characteristic fea-
ture of apoptosis, while the detection of apoptosis in routine histological sections is
difficult. Terminal deoxynucleotidyl transferase—mediated dUTP-biotin nick end
labeling (TUNEL) method detects DNA fragmentation by 3~ OH nickend labeling technique
on formalin—fixed, paraffin-embedded tissue sections. In this study, we examined the ef-
fects of enzyme treatments before TUNEL procedure using tissue sections of esophagus,
stomach and small intestine. Pretreatment of the sections with DNase I resulted in intense
TUNEL-signals in tissue sections of stomach and small intestine. Most suitable condition
of the pretreatment was 20pg/ml proteinase K digestion for 30 minutes in esophageal carci-
nomas. A few epithelial nuclei of upper and lower part of gastric mucosa and carcinoma
cells showed strong TUNEL-signals with 20pg/ml proteinase K digestion for 20 minutes.
No signals and non-specific reaction were found in sections of small intestines, regardless
of the digestion conditions. These results overall suggested that pretreatment of the tissue
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sections with protease obviously enhances the TUNEL-signals, although the most suitable

condition varies from specimen to specimen.
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1. TUNELEIC k56 (FE1)

TUNELEE, Gavrieli® DO FENCE L TT-
7o, WEEARBANS T o v, EAS BRI
FABREAZTV, WA TKELK. 2 %88
{LARFERIMA &/ — VR TER, 205G LT
WERESIVEFY X —EE Ty 7 L Dbk
L, TdT#HE®E 100mMAbaIIVEBRhY T L, 2
mM#E L0V R, 0.2mMYF3 LA R—Jb,
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TdT (Gibco Brl. Life Technologies Inc., USA)
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B L/NBETEADEREDD LICEB S REERIL
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0.7ug/ml DNase 1(Stratagen Co., USA) C=ig,
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(1) BERSBREFRARLE.

(2) 2 xSSC(0.3MtEILTF FU A, 30mMZ
TVEF FUDL, pH 7.0) T80T, 10
G OBEIMEDA.

(3) 20pg/ml PK(pH 7.4) (Boehringer Man-
nheim) %R, 10, 20, 30, 604 5.

(4) 2 xSSCT80C, 105BMEEIT - 7244,
20pg/ml PK%ZER, 10, 20, 30, 604K
Jt.

(5) 0.5% Pep(pH 2.0) (Sigma, USA)T37
T, 10, 20, 30, 604 XI.

(6) 2 xSSC#80C, 105EBNEZTT - /=14,
0.5% PepT37C, 10, 20, 30, 604 K.
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RSP EONI=DIIPep305 B TH - 7=,
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%2 DNase I WEEATOTUNELEEM

2 xSSC FRICEHE (5
s [ s L)

80C (&) 0 10 20 30 60

(GRALE)

= 0 PK + ++ ++ ++ +++
N = + < ++ +
= 10 PK + ++ ++ ++ NT
N = - o Ak g
= 0 Pep + + ++ +++ ++
N — + =+ + ++
g 10 Pep + ++ + + +*
/N % 4 * S 4 4 ¥

— e, + o 5EBBME, + 4 BB, + 4+ GREES.
PK:proteinase K, Pep:pepsin.

NT:not tested.
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PK:proteinase K, Pep:pepsin.
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PK:proteinase K, Pep:pepsin.
NS :non-specific staining.
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PK:proteinase K, Pep:pepsin.
NS :non-specific staining.
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