dimethylnitrosamine

Dimethylnitrosamine (DMN)
(Haggerty and Holsapple, 1990)
Barnes  Magee (1954) DMN
cytochrome P-45011E1
(Anderson et al., 1992 Yang et al., 1985, 1990 Y00 et al.,
1988) DMN
(extracellular matrix protein ECM) (collagen)
(Ala-Kokko ef al., 1987  Savolainen et al., 1988) DMN
(Ala-Kokko L, 1987)
DMN
(reverse transcriptase polymerase chain

reaction RT-PCR) (MRNA) typel typelll
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Wister 5 6
22+ 3 55+ 5%
( )
DMN
1612 DMN
100 DMN1u | ( 0.15mol /L
NaCl 1: 100 / )
05 20 g/ kg DMN
28
RNA 10%
-80 (LPO) SOD

GSH-Px  Cataase
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Hydroxyproline

Superoxide dismutase catalase glutathione peroxidase

(reverse transcriptase polymerase chain
reaction RT-PCR)

( )RNA

() Primer ( )

31
MDBIO Inc.
( ) RT-PCR:
0.2ml One-Step RT-PCR

Components Volume
1 2X Reaction Mix 25u |
2 RT/PLATINUM Taq Mix 1 |
3 Sense Primer (10u M) 1p |
4 Anti-sense Primer (10u M) 1p |
5 Template RNA (1u g/u 1) 1p |
6 Autoclaved distilled water to 50u |
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(

ELMER) RT-PCR

GeneAmp PCR system 2400 (PERKIN

cDNA synthesis and pre-denaturation:

50
94

Perform 1 cycle of:

for 30 mins
for 2 mins

PCR amplification:

94
60
72

Perform 35 cycles of:

for 1 min
for 1 min
for 1 min

Final extension:

lcycleof 72 for 7 mins

1. TRI Reagent® (MRC, Molecular Research Center)
2. SUPERSCRIPTTM One-Step RT-PCR with PLATINUM®T aq (Invitrogen)

3. Agarose (J. T Baker)

4. 100 bp DNA Ladder(Gene Mark)
5. TBE Buffer (Sigma)

6. Ethidium bromide (Sigma)

) (Gel electrophoresis):
0.5X TBE buffer

( 50 )
DNA

marker well

ethidium bromide

2 % agarose gel

running buffer—0.5X TBE buffer

100 100

; Scion Image

B -actin
OD (Optical Density)

B -actin  M-RNA

RT-PCR

B -actin OD



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

DMN
398.0+89 3337106 (P<0.01)

DMN
3-1(A) DMN
DMN
3-1(B) DMN
DMN (29/ kg)
DMN GOT GPT
( 32 DMN GOT
(2.0 g/kg) DMN GPT
DMN /

( 33 (2.0 g/kg) DMN
/
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Hydroxyproline

DMN
DMN ( 34A)
DMN hydroxyproline
(2.0 g/kg) DMN hydroxyproline
( 3-4B)

SOD Catalase GSH-P,

3-2 DMN SOD catalase
(0.5 2.0 g/kg) SOD catalase
DMN GSH-P,
GSH-P
( 3-5A)
DMN
( 3-5B) (2.0 gkg)
( 3-5C)
(RT-PCR)
DMN typel type 11
( 36 37) 05 2.0gkg

typel typelll
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DMN

DMN
(Joseph George, 2001) DMN
hydroxyproline
(Pineset al., 1997  Ala-Kokko et al., 1989)
GOT GPT
(Akahori A., 1978) GPT
GOT ( 2002) DMN GOT
GPT GPT
DMN
(Gill et al., 1997) DMN
DMN
(Vandenberghe, 1996) DMN
SOD catalase GSH-P; DMN

SOD catalase GSH-P,
SOD catdlase GSH-Py
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hydroxyproline hydroxyproline
(Hanauske-Abel, 1996)
DMN hydroxyproline
hydroxyproline

(collagen)
a (a chain)
a a 19
(Olsen et al., 1993) DMN type
type Il collagen (George and Chandrakasan, 1996)
MRNA DMN typel  typelll collagen

collagen mMRNA
DMN hydroxyproline
MRNA
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