30

AOP
OECD
AOP
DNA DNA
AA
C57BL/6J gpt delta AA 300, 100, 30 ppm
28 3 300
ppm 300 ppm
AA 30, 100, 300 ppm 4.32+ 0.2 16.2
+ 0.6 37.4+ 0.6 mg/kg/day DNA
LC-MS/MS DNA AA
DNA
N7-GA-Gua AA
N7-GA-Gua
AA 1 mg/kg/day
N7-GA-Gua 60 75 /108 AA DNA
AA
: DNA gptdelta
AOP
OECD DNA DNA
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in vivo
TGR
AA
DNA
AA gptdelta
DNA TGR
AA
9 gptdelta (C57BL/6J)
AA
CAS 79-06-1, MW=71.08 99%,
Sigma-Aldrich  Milli-Q 300, 100,
30 ppm
AA100 ppm 1.4 mM 1
10~-11 28
1
5 DNA
3
-80
LC-MS/MS DNA
DNA
DNeasy Blood & Tissue Kit
(QIAGEN) DNA
RNase ProteinaseK 37
3
MilliQ DNA
biospectrometer (eppendorf) Qubit

(Invitrogen)

DNAS5u g 100 g MilliQ
[15N5]N7-GA-Gua
N7-GA-Gua
37 48

Amicon Ultra Ultracel-3K

-80
Milli-Q LC-MS/MS
N7-GA-Gua
N7-GA-Gua 100 nM
Milli-Q
[18N5]N7-GA-Gua Milli-Q

-80

DNA
LC-MS/MS Ultra
performance LC Aquity Quattro Premier XE
1

Waters

N7-GA-Gua
N7-GA-Gua
dsDNA 1bp
DNA

=616

AA
gptdelta AA 28

300 ppm
2 0 ppm
1 300 ppm
0 ppm
AA 30, 100,
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300 ppm 432+ 0.2 16.2+ 0.6
37.4+ 0.6 mg/kg/day 3
300 ppm
0 ppm
DNA

LC-MS/MS
N7-GA-Gua

DNA

N7-GA-Gua 50 0nM
1.25 nM

0.63 nM

DNA
150 300 /108

AA DNA
DNA
DNA RNase
DNA
DNA RNase
65
RNA N7-GA-Gua
RNase

DNA

AA 300, 100, 30 ppm 28
gptdelta
DNA
N7-GA-Gua 5

DNA
DNA 160
/108
300 ppm
2335+ 1204 /108
300 ppm

2781+ 224 /108

300 ppm
2886+ 552 /108
AA 1 ppm
8 10 /108
AA 1 mg/kg/day
60 75 /108
100
N7-GA-Gua
AA
AA
P450 CYP2E1l
DNA N7-dG-GA, N3-dA-GA,
N1-dA-GA
AA
AA AOP
DNA
AA 28
300 ppm
300 ppm DNA
N7-dG-GA AA
DNA
AA
OECD TGR
28 3
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AA DNA
R2 0.98
100
N7-dG-GA
DNA

AP site

DNA
TGR gpt

AOP DNA

28
DNA
N7-dG-GA AA
DNA
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1 DNA

LC-MS/MS Ultra-performance LC Aquity Quattro Premier XE Waters

HPLC Mightysil RP-18 MS 150-2.0 (5 m) (Cat. No 26075-96 )
A Water/ 2 mM ammonium acetate
B MeOH/2 mM ammonium acetate

Flow rate 0.2 mL/min

Gradient:
(min) A (%) B (%)
0 100 0
10 90 10
11 0 100
20 0 100
21 100 0
Type: MRM
lon mode: ES+
Capillary (kV) 3.00
Cone (V) 30
Extractor (V) 2
RF Lens (V) 0.0
Source Temperature () 120
Desolvation Temperature () 400
Cone Gas Flow (L/Hr) 40
Desolvation Gas Flow (L/Hr) 500
Collision Cell Pressure (m | <1le-4
bar)
Collision Gas Flow (mL/Min) 0.20

DNA

Adduct m/z
N7-GA-Gua 239>152
[15N5]N7-GA-Gua 244>157
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