(Materials and methods)

11 20-35

12 36x36x60
1.3 air pump
14

2.1 UV-visible recording spectrophotometer ( "/- 160A, Shimadzu)
2.2 (CG 840, Schott)

2.3 (Clympus CH2)

2.4 magnetic stirrer (Labnet)

2.5 microcentrifuge (Biofuge 22 R, Heraeus sepatech)

2.6 cuvette 3ml

2.1 syringe

2.8 tissue grinder

2.9 (Arthur H. Thomas Co.)

2.10 (Chicago surgical and electrical Co.)

2.11 automatic tissue processor (Lipshaw manufacturing Co.)
2.12 paraffin dispensor (Lipshaw manufacturing Co.)
2.13 spectrafuge microcentrifuge 16 M (Labnet)

3.1 (Di-sodium hydrogen phosphate) (E.Merck)

3.2 (Potassium  dihydrogen phosphate)
(E.Merck)

3.3 (Sodium bicarbonate) (E.merck)

3.4 (Acetylthiocholine iodide) (Sigma Chemical
Company)

3.5 5.5 dithiobis-(2-nitrobenzoic)acid (DTNB) (Sigma Chemical Company)



3.6
3.7
3.8
3.9
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Bovine erythrocyte cholinesterase (Sigma Chemical Company)
Meron”(609&Methamidophos)%wiv ( )
Methanol (Baker)

10% (10%formalin) (E.Merck)

3.10 Permout (Scientific Co.)
3.11 Xylene (Scientific Co.)

(phosphate buffer) 0.1 M pH 8.0

01 M (142 ']
) 475 .
01M (136 [ )25 . pH 8.0
01 M
4°c ' 10-14
0.1 MpHT0
01 M (142 |
) 5 .
01 M(136 [ ) pH 7.0
4°c + 10-14
(substrate acetylthiocholine iodide)
(acetylthiocholine iodide) 0.2167
10 . (0.0075 M) 4°c
7
dithiobisnitrobenzoic acid (DTNB)
DTNB 0.396 (sodium  bicarbonate)
0.15 0.1 M, pH 7.0 100

(0.001 M) 4oc 10-14
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5. (standard solution)
bovine erythrocyte cholinesterase
18,009, 045 0225 /
2 fold-dilution ( )
6. 10% (formalin)
100 % 100 . 900
1. Meron (60%Methamidophos%w/v)
10 ppm =10 J
600 . 1. Meron® , 60 (
60 )
11
111 benzocain
1 10
112
1.1.3 caudal vessel
(lateral line) 1- 2
eppendorf tube
1.14 4
12
1.2
121 1.1.4 (Biofuge 22 R)
10000 5
122

eppendorf tube



12.3 -20

( 24
)
1.3
I, 10
0.1 M, pH80 1
-20
( 24 )
Ellman (1961)
cholinesterase enzyme
acetylthiocholine + HD  thiocholine + acetate
thiocholine + DTNB ) 2-nitro-5-mercaptobenzoate
(yellow color)
DTNB = dithiobisnitrobenzoic acid
2.1

L 0.1 M, pH 8.0
2 3 . (sample)
(blank)
2 1.2 13
50
3 DTNB 100
4,
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b. (acetylthiocholine iodide) 20
’ 0.1 M, pH 8.0
20
6. (optical density)
412 6
(AA)
2.2 enzyme activity
R AA 1 1
1.36X104 / Co
R = AA v 1
1.36X104  50/3170
R enzyme activity nmoles substrate hydrolyzed/min/ml
AA 1
1.36x104  extinction coefficient of yellow anion
50 Cuvette
3170 Cuvette -buffer 3000
-DTNB 100
-sample 50
-Substrate 20
Co dilution factor =1
2.3 enzyme activity
R AA 1 x 1
1.36.X104 / Co
R = AA 1 o1
1.36X104  50/3170 10
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R enzyme activity Immoles substrate hydrolyzed/min/g of tissue

AA 1

1.36x104  extinction coefficient of yellow anion

50 Cuvette

3170 Cuvette -buffer 3000
-DTNB 100
-sample 50
-Substrate 20

c0 dilution factor = 1/10

3.

20
Ocv)
4, % recovery [
% recovery = AA x 100

AA
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median lethal concentration 24, 48, T2

96 20-35 36x36x60
10 1
60 air pump
3 5
15, 30, 45, 60, 75 90 ppm
60%W/V 1
24, 48, 72 96
LCI
2.
24, 48, 72, 96 30
20-35 36x36x60 . 1
6 10
1 5 60 air
pump 3 5
10 ppm 3
24, 48, 72, 96 30

10 o
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26-21.6 26.8-28
mylL 5.5-5.9 5.4-5.7
oH 6-7 7738
3.1 (fixation)
10 %
10-20
3.2
L
4
2. embedding cassette
Clearing infiltration automatic tissue
processer Humaron (1979)
3.
5-6 40-45°
40-45° 2
4,
1 (hydration)
Haematoxylin
Eosin (H&E) Humason (1979)
(dehydration)

permount
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SPSS Probit test LC,,
95 %

one  way
ANOVA Duncan's multiple range test 95%
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