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Bl2. 3IRIVKU7F 3-ketoacyl—Co.A thiolase ¥#10nmD &R FTRIGX
H = EBEG& (X51, 000)
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Z¢1. Light microscopic immunocytochemical demonstration
of mitochondrial enzymes in 1 #m epon sections

Procedure Time
10% ethanolic sodium hydroxide at‘3513_. ' 60 min
A v o
hydration with absolute ethanol at room | 1 min X 4
' ' temperature
l
wash in PBS
. -
proteolytic digestion with trypsin at 37°C 10 min
l
wash in PBS
l
preincubation with 1% ovalbumin in PBS 5 min
at room temperature
l
wash in PBS
2
incubation with specific antiserum 120 min
' ' at room temperature
l
wash in PBS
I . ,
incubation with HRP-labeled antiserum - 30 min
at room temperature
)
wash in PBS
{ ,
peroxidase procedure with DAB medium 10 min

at room temperature
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#£92., Effect of proteolytic digestion (trypsin) on immunostaining of
ornithine transcarbamylase under different conditiens of fixation

Trypsin digestion
Fixative 0.2 mg/ml 1 mg/ml
2 min 10 min 5 min 10 min 20 min

4% PFA +++ d d
1% PFA + 0. 1% GA + + +++ ++4+,4d
4% PFA + 0. 2% GA + + 4+ + + +,d
4% PFA + 0.5% GA - + + + + +, d
4% PFA + 1% GA - + + 4+ +, d
4% PFA + 2% GA + + 4+ ++4, d

d: Sections structurally damaged by proteolysis

—-: negative staining

+: weakly positive staining
++: moderately positive staining
++t:strongly positive staining



154.

#3.

Electron microscopic demonstration of mitochondrial enzymes in rat liver

Tissue preparation

perfused fixation with a fixative consisting of

1% glutaraldehyde and 4% paraformaldehyde
i

dehydration in a graded series of dimethylformamide at -20°C
l

embedding in Lowicryl KM at -20°C
l

polymerization under ultraviolet irradiation at -20°C

d
cutting with a glass—knife

Immunocytochemical procedure (at room temperature)

ultrathin sections mounted on nickel grids
d

preincubation with 1% ovalbumin for 5 minutes

V)

floating incubation with specific antiserum for 60 minutes

N}

floating incubation with protein A—gold complex for 30 minutes

X

double staining with uranyl acetate and lead citrate



24, Density of labeling obtained for 3—ketoacyl-CoAthiclase

over mitochondria in rat hepatocyte under different

conditions of fixation (gold particles per um?+SD)

density of labeling

Fixative

mitochondria back ground

- 4% PFA 26.19+1.22 1. 84:+0. 40
4% PFA + 0. 1%GA 29.324+1.64 2.34%+0.76
4% PFA + 0. 2@A 22,865 77 2. 060, 38
4% PFA + 0.5% GA 27.39+4. 41 1.88+0. 43
4% PFA + 1% GA 28.30£2. 40 3.37x0.76
4% PFA + 2% GA 26. 02+2. 03 2.48+0. 46
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