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¥ fifikr Abstract

Hepatic encephalopathy is a neuropsychiatric disorder and its
pathogenesis is still not understood. The purpose of this study is designed
to evaluate the time change of cerebral apoptosis by hyperammonemia in
rats using the bile duct ligation model.

The male Wistar rats receiving bile duct ligation or not were studied in 1,
2, 3 weeks, respectively.

The terminal deoxynucleotidyl transferase-mediated deoxyuridine
triphosphate-biotin nick-end labeling (TUNEL) method was used to
identify the formation of apoptotic cells. The apoptotic ratio was
calculated and the distribution of apoptosis was inspected in the pyriform
cortex, basal ganglia and hippocampus territory . The rats were divided
into four groups including Group I : the control group with bile duct
manipulation , Group II : bile duct ligation for one week . Group III two
weeks after bile duct ligation. Group IV three weeks after bile duct
ligation.

Results of this study, the proportion of apoptosis increased with the
duration of bile duct ligation and reached a maximum after about two
weeks . The mean values of the apoptotic ratio in hippocampus were zero
in group 1, 3.2 % 1n group I, 8.9 % in group Il and 7.9 % in grouplV.
The distribution of apoptosis differed in the pyriform cortex, basal
ganglia and hippocampus according to the duration of time of the
hyperammonemia..

In the bile duct ligation model of rats, apoptosis observed in the brain is
increased the time of hyperammonemia, reaching the peak at 2 weeks.
The maximum formation of apoptosis is distributed at hippocampus than
other parts of brain.
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2. TUNEL assay
Terminal deoxynucleotide transferase-mediated
Dutp-biotin nick-end labelling
1% w/v paraformaldehyde in phosphate-buffered
saline (PBS).
Tris-aminomethane-buffered saline (TBS).
0. 1% v/v hydrogen peroxide in TBS.
2% v/v fetal bovine serum in TBS
TDT reaction buffer
TDT digoxigein-dUTP  mixture
Primary antibody solution
Secondary antibody solution
AEC solution
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Crystal mount medium
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Table 1 labertory examination:

Group GOT (U/L) GPT(U/L)
Gr 1 127.6+35.1 152.3434.9
Gr2 154.1439.1° 415.6+283.5
Gr 3 142.8+75.5" 545.5+198.5™
Gr4 163.8+64.9" 788.2+372.2%

Brffl] HEvE R P<0.057 ~ P<0.001™

Grl sham group vs Gr 2,3,4 BDL group.

Ammonia

48.7£5.8
104.4+18.7"
120.2+32.3"
128.5+41.3"
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Fig 1 Apoptotic cells observed in the cortex of rat brain.
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Fig 2 Apoptotic cells observed in the hippocampus of rat brain
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Fig 3 Apoptotic cells of hippocampus

Grl control group Gr 3 BLD 2 weeks

Gr2 BLD 1 wk Gr 3 BLD 2 wk

Gr 4 BLD 3wk
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