21

100 -200

2.2

221 UV-visible recording spectrophotometer (UV-160A,Shimadzu)
2.2.2 Tissue homogenizer (Thomus type NSI-12)

2.2.3 Refrigerated centrifuge (Hitashi 20PR-520D)

2.2.4 Ultracentrifuge (Hitashi 55P-72)

2.25 Standard pH meter (EA 920,0rion Research )

2.26 (A200S,Satorious)

2.3

231 potassium dihydrogen phosphate (E - MERCK)

2.3.2 potassium chloride (E - MERCK)

2.3.3 Di-sodium hydrogen phosphate (E - MERCK)

2.3.4 Glycerine (Farmitalia Carlo Erbar)

2.35 1,4-Dithio-DL-threitol (Fluka chemical)

2.36 (3-reduced nicotinamide adenine dinucleotide phosphate ((3-NADPH) (Sigma
Chemical Company)
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2.3.7 (3- reduced nicotinamide adenine dinucleotide ((s-naow) (Sigma Chemical
Company)

2.38 Ethanol (J.J. Baker)

2.39 Bio-Rad protein assay reagent (Bio-Rad Inc. catalog no. 500-0006)

2.3.10 Bovine serum albumin (Bio-Rad Inc.)

2311 Tris (Hydroxymethyl) - aminometane hydrochloride (TRIZMA) (Sigma Chemical
Company )

2.3.12 Sodium dithionite (Fluka Chemical)

2.3.13 Gas carbon monoxide (Thai Industrial Gas)

2.3.14 Sodium nitrite (E - Merck)

2.3.15 Horse heart cytochrome ¢ (Sigma Chemical Company)

2.3.16 Sodium hydroxide (E-Merck)

24

241 1.15%

115 1

242 01 MTRIS, pH5

Tris[hydroxymethyl] - aminomethane hydrochloride 1.576

100 pH 5 01 M
4
2.4.3 (3-NADH solution (5 )
|3- NADH 5 01M TRIS
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2.4.4 bovine serum albumin ( 1.51 )

bovine serum albumin (Bio-Rad-Inc.) 20
protein standard solution 151
-20 6
245 A pH 7.4
2.6810
11.3994 11.180
1000 pH 14" 1
4
2.4.6 BpH 74
26810
11.3994 AL 1 0.1543 200
1000 pH
14 4
24.7 01 M

4 1,000
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248 03 M (pH 7.7)

0.034
0.993 100
pH 1.7
249 10 mM (pH 7.7)
0.136
100 pH 01M pH
1.7
2.4.10 Cytochrome ¢ solution (0.50mM)
Horse heart cytochrome C 0.012
10 M 2 4
24.11 p-NADPH solution (10 mM)
(3-NADH 8.2 01 M TRIS
1 4
24.12
stock 100,000 94 %

/ 10.638 100
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2.5
30
homogenizer A
centrifuge  refrigerated centrifuge 10,000 (12074¢g) 10
supernatant  centrifuge 10,000
10 supernatant  centrifuge ulra centrifuge 40,000
(1054009 ) 1 pelleted microsomal fraction  pellet
suspend 5 1
-80
2.6
Bradford (1976)
Bio-Rad
2.6.1 dry reagent dry reagent concentrate 14
1
2.6.2 standard protein bovine serum albumin (1.51 )
1
943, 188.7, 3775 755
2.6.3 standard protein 100 standard tube
264 100 sample tube
265 blank standard tube 100
2.6.6 blank sample tube B 100

26.7  dry reagent 1 5
10 1



2.6.8 standard tube blank cuvettes
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595
2.6.9 sample tube  blank Cuvettes
595
2.6.10
(%
26.11 sample tube 2.6.10
2.1 5 450 420
5 450 420
stegman, Binde ~ Omen (1979
2.1.1 2 Cuvette 2 reference
Cuvette  sample cuvette
2.1.2 350-500
2.1.3 (3-NADH (5 ) 10 sample
Cuvette 350-500
2.4 5
cytochrome b5 = A ABS (425-410)x 1,000
(nmol/mg) 185X protein concentration
extinctiion coefficient 5 185 mM~.cm'l
ABS (425-410 ) = 425 410

protein concentration =
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2.1.5 2.14 2

15-20
2.1.6 2.1.5 Cuvette 2 reference cuvette
sample cuvette
2.1.7 350-500
2.18 2-3 sample cuvette
350-500
2.19 450

cytochrome P-450 = ABS (450-490 ) X 1,000
(nmol/mg protein ) 91X protein concentration

extinction coefficient 450 91 mM'lem'l
A ABS (450-490) = 450 490
protein cocentration =
2.1.10 420
420 450

cytochrome P-420 — (azo490)dmened” (A420-490)trecretica * (A%0490)kessive

(nmol/mg protein) 0.110

( A 420 4Q0 ) observed = 420 490
(ADDAN)reoreica = (nmol cytochrome P-450/mg protein jx (-0.041)
extinction coefficient 420 41 mM'Lem'l

( A,,Z)[g) )baseline = 420 490
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2.8

Phillips ~ Langdon (1962)

281 cuvette 2 820 reference cuvette
sample cuvette
2.8.2 (0.3 mM) Cuvette 2 100
2.8.3 Horse heart cytochrome ¢ (0.50 mM) Cuvette 2
80
284 cuvette 2
550 3
2.8.5 (3- NADPH (10 mM) 10 sample cuvette
550 3
2.8.6
AAsd 11 = nmol cytochrome c reductase /min
0.021
AABSO = 550

extinction coefficient  cytochrome ¢ reductase
021 mM.’lcm'L
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291 450, 420,

2911 7 1 10
( =10)

01 [ 1
0.2 /
0.5 /
10 /
2.0 /
40 /

~N o o1 B W DO
[T TG T G SEE G RN

36X36X60

1 24
29.12 450, 420,
5
29.2 450, 420,
2921 ! 1 10
(=10)

1

2 6.25 [ 1

3 12.50 [ 1

4 25.00 [ 1

5 50.00 [ 1
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293
420 5

2031 1
10 ( =10)

B oW N

24

100.00
150.00

0.5

0.5

0.5

0.5

24

36X36X60

450, 420,

450

25

50

100

150

36X36X60

4



10 ( =10)
1
2 1.0 |1
3 50 |1
4 1.0 |1 25
|1
5 1.0 |1 50
|1
6 10 | 1 100
|1
; 10 | 1 150
|1
36X36X60
( 20 ) 1 2
2
2933 450, 420,
5

1 ANOVA oneway Turky Independent t- test
95%
2. 450 420

(linear regression equation ) Y = a+bx
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