( 2001)
( 2001)

RNA cDNA

250

10

2002)

FMAC)

( 2002)

Antrodia camphorata



CCRC 93032

ml -30

Wistar

22+3

75

500 U/L

GOT

silymarin 0.2g/kg

10 %

450 mg /

300
GPT

FMAC 05 1.0 gikg

160
(50 ) 20
450
180-220
55+ 5%
12
25 %
0.5ml / Rat)
GPT GPT
12
MRNA

-80

1



4 3000 rpm
(Roche COBAS MIRA Plus)

(GOT) (GPT) (total protein)
(albumin) (PT; prothrombin time)
Roche test kits

AST (GOT,; glutamate oxal oacetate transaminase ): Art. 0736414
ALT (GPT ;glutamate pyruvate transaminase ): Art.0736384
ALB (abumin): Art.1970569

TP (total protein):Art.0736783

hydroxyproline
hydroxyproline Neuman and Logan (1950)
600 mg 100
200 mg 5m 6NHCI 100
16 1ml 10,000 rpm 30 0.2 mi
hydroxyproline 0.2ml 6 N NaOH

0.6 ml 1 ml 001 M CuSO, 1m 25N

NaOH 1 ml 6% H,0; 5 80

5
2ml 5% P-dimethylaminobenzaldenyde 4 ml 3 N H,SO,
70 16 (HITACHI,U-2001 Japan)

540nm hydroxyproline
hydroxyproline
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10 %
(LIPSHOW)
(YAMATO) 455 m

(Haematoxylin and eosin stain)

(lipid peroxidation)
Ohkawa et al.(1979)

ml KCl (1.15 %) 0.2 ml
dodecyl sulfate (8.1 %) 1.5 ml acetic acid (20 %)
3.5) 1.5 ml 2-thiobarbituric acid (0.8 %)
99
n-butanol / pyridine (15: 1, viv)
rpm 10
nm

malondialdehyde (MDA) / mg protein

Glutathione(GSH)

Sedlak and Lindsay (1968)
(0.02 M) 5 ml
trichloroacetic acid (50%) 3,000g

13

(Masson stain)

1g 10

0.2 ml sodium

NaOH (pH
4 ml
1mi 5mi
25 4,000

(HITACHI U-2001; Japan) 532

nmol

Lowry et al.(1951)

0.4 16 ml EDTA
4 mi 1ml
15 2ml



4ml trisbuffer 0.1 ml 5,5-dithio-bis(2-nitrobenzoic acid) (0.396% in
methanol) 412nm

glutathione  mmol / g wet liver

(superoxide dismutase; SOD)
Marklund (1974) 0.5g
5ml buffer (0.32 mol/L sucrose 1 mmol /L EDTA 10 nmol / L TrissHCI pH

7.4) 30 (13,600xg 4 )
50u | 100u | trisbuffer (pH 8.2 50mM )

830y | 20 p | pyrogalol (10 mM ) 420 nm

40 5

SOD pyrogallol
50% (U) SOD U / mg protein
(catalase)
Aebi (1984) 0.59 5mi

buffer (Na;HPO, 0.01M NaH,PO,0.01M NaCl 2M pH 7.4)

10 (700xg 4 ) 0.9 ml 0.1 ml Triton X-100
(10 %) (50 mM pH 7.0) 4ml
2 ml H,0, (30 mM ) 25 240 nm
5 1 K
(1/min) catalase K/ mg protein

K=(23/ At)logA/A;
At: ( )
ATy
A>T,

14



(Glutathione peroxidase; GSH-Px)

Hafeman et al. (1974) 05g 5ml
buffer (0.32 mol/L sucrose 1 mmol /L EDTA 10nmol /L TrissHCI pH 7.4)
30 (13,600xg 4 )

0.4ml 0.4 ml glutathione (1 mM ) 37 3
H,O, 0.2 ml 37 5
4 mi ( 0.635% NaCl 30% EDTA 0.2%)
3,000 rpm 10 2 ml 2 m NaHPO,

(0.4M ) 1 ml 5,5-dithio-bis(2-nitrobenzoic acid) (0.04% sodium citrate 1%)

412 nm
GSH
GSH-Px Hafeman (U) Hafeman
glutathione (GSH)
( log[GSH]Ee ) glutathione (GSH)
(10g[GSH]ne ) GSH-Px (V) :

U = (log[GSH]e- log[GSH]ng) / 1000 © At

GSH-Px U / mg protein
cDNA
( )RNA
Tota RNA Chomczynski et al., (1987)
0.05
0.1g eppendorf 1ml TRI Reagent® (MRC) 5

Iml 20G 0.2 ml chloroform

15



(SHOWA)
15

75%

15 3 ; 12,000g 4
eppendorf 0.5ml isopropanol (Wako)
10 12,000g 4 10

RNA pelet 4 7,500 g 5

( ) 60u |

RNA Spectrophotometer (HITACHI,U-2001 Japan) 260nm

280nm
-80

()

RNA

cy3 c¢cyb5

635nm  532nm

Dunnett

RNA RNA

+ RNA
cDNA

cy3 «c¢yb

( One-Way analysis of variance; ANOVA )
P 0.05

16



244 g

4 (
2-1)
05 10gkg  Silymarin0.2g/kg
( 21)
(1.0 g/kg) ( 21
(1.0 g/kg)
( 2-2) Slymarin
9/12 0.5 1.0gkg
Silymarin 9/12 4/12 6/12
2-3 24 GPT
GOT 6 8
4 GPT GOT 6
05 10gkg Silymarin GPT GOT
8 Silymarin GPT GOT
2-5 2-6 albumin
albumin / gloublin (A/G) (1.0 g/kg)

albumin AlIG Silymarin

17



2-7 prothrombin time

(1.0 g/kg) prothrombin time
Silymarin
hydroxyproline  glutathione
hydroxyproline glutathione (1 g/kg)
( 28) ( 29)
hydroxyproline ( 2-10) glutathione ( 2-11)
Silymarin glutathione

hydroxyproline

SOD catalase glutathione peroxidase(GSH-P,)
SOD catalase GSH-P
Silymarin SOD catalase GSH-Py
( 22

( 2-12B 2-13B)
(Lieber,1996) 1.0 g/kg
( 212D 2-13D)

18



885
(ratio)

ratio

GPT
GPT
Lambert, 1997)

GOT GPT

GOT

GOT

19

3000
ratio
(Tabl 2-3)
4
GOT GPT
GPT GOT

(Sturgill and Lambert, 1997)
(Sturgill and
GOT GPT
GOT GPT

(Sturgill and Lambert, 1997)



Kircbain, 1997)

Hydroxyproline

1997)

et al., 1991)

Hydroxyproline

GPT GOT

(Vandenberghe, 1996)
/

(Gill and

Hydroxyproline
(Hanauske-Abel, 1996)

Hydroxyproline

GPT GOT GOT GPT
GOT GPT
(Sturgill and Lamebert,
/
GPT GOT (Yoshitake
GPT GOT

20



GOT GPT GOT
GPT

GPT GOT

(lipid

peroxidation) (Camps et al., 1992)

SOD Catalase  GSH-Px

glutathione
( 2001)

Silymarin (200 mg/kg, p.o.)

6 GOT glutathione
Silymarin
(Trincher et al., 1989; Kiesewetter et al., 1977) (Pares, et al., 1998;

Ferenci et al., 1989)
(Mouréelle et al., 1989) (Hall, et al., 1994) Silymarin
(Scott, 1998)
Silymarin 800 mg/kg, i.p. (Letteron et al., 1990)

D)

21



glutathione methionine (2 microsome enzyme  (3)

(Lieber, 2000)
(Camps et al., 1992)
Kupffer cell cytokine Ito cell (Jang et
al., 1991) cDNA
cytochrome P450
cDNA

NIA/NIH Genomics
procollagen type Il type |
hydroxyproline
procollagen type Il type |

cathepsin
ribosomal protein poly A
binding protein trandationally regulated transcriptor proliferin

actin  tubulin
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