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Fig. 4 N7-GA-Gua levels in the lungs DNA of gpt delta mice (A). Data
represent means = S.D. (n=5). MRM chromatograms in lung DNA of
Control mice (B) and 125 ppm AA treated mice (C).
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Fig. 5 Expression of Nrf2 related-genes. Data represent means = S.D.
(n=5). **, *. p<0.01, 0.05 vs. Control group
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Table 1 Water consumption for gpt delta mice treated with AA

Water consumption Intake of AA
Group
ml/mouse/day ml/kg/day (mg/kg/day)
Control 4.6 177.1
125 ppm 4.5 177.9 22.2
250 ppm 34 136.3 34.1

500 ppm 26 125.8 62.9
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Table 2 Body and organ weights of gpt delta mice treated with AA for 4 weeks.

Item Control AA 125 ppm AA 250 ppm AA 500 ppm
No. of animals 10 10 10 9
Body weight (g) 27.03 += 26.03 += 2534 = 17.6 = 3.40
1.67 1.51 2.57
Absolute (g)
Lung 0.14 £ 0.01 0.14 = 0.01 0.15 %= 0.02 0.12 %= 0.01
Liver 1.24 = 0.12 1.28 = 0.19 1.28 = 0.17 0.71 = 0.24
Kidney 0.30 = 0.03 0.32 = 0.03 0.32 £+ 0.04 0.24 %= 0.04
Relative (g%)
. Hk .
Lung 0.51 =0.05 0.55 = 0.04 0.58 = 0.03 0.67 == 0.09
Liver 4.58 + 0.38 4.90 =+ 0.45 505 £040°  3.95 % 0.63
Kidney 112 £005  123+006 124007 139 = 0.10

* *%¥: p<0.05, 0.01vs. Control group.
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Table 3 Specific mutant frequency of the lungs of gpt delta mice treated with AA

Basal diet 125 ppm 250 ppm 500 ppm
Base substitution
Transvertions
GC-TA 0.11 =0.15 0.06 =009 028 = 0.30 0.05 &= 0.06
GC-CG 0 0.02 = 0.05 0 0
AT-TA 0 0 0.14 £ 0.15* 0.19 = 0.14
AT-CG 0.03 = 0.05 0 0 0
Transitions
GC-AT 0.16 =0.12 0.26 =0.13 027 £ 0.16 0.30 = 0.30
AT-GC 0 0.14 =0.16 0.02 = 0.04 0.05 %+ 0.06
Deletion
- Single bp 0.03 = 0.05 0.20 &= 0.33 0.14%= 0.19 0.23 = 0.17
- Over 2bp 0.03 £ 0.07 0 0.03 = 0.08 0.04 = 0.06
Insertion 0 0 0.03 = 0.08 0
Complex 0 0 0 0
Total 0.35 = 0.27 0.69 £ 0.48 0.92 =041 0.86 = 0.20

*: p<0.05 vs. Control group.
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Table 4 Specific mutant frequency of the livers of gpr delta mice treated with AA

Basal diet 125 ppm 250 ppm 500 ppm
Base substitution
Transversions
GC-TA 0.06 = 0.10 0.07 =£0.06 0.14 £0.05 0.17 = 0.13
GC-CG 0.01 =+ 0.03 0.05 %+ 0.07 0.05 % 0.07 0
AT-TA 0.06 %= 0.06 0.05 £0.07 0.06 = 0.09 0.06 &= 0.08
AT-CG 003 004 006 =006 0.05=+x0.07 0.01 = 0.02
Transitions
GC-AT 0.18 = 0.11 024 = 0.21 0.31 =£0.23 0.19 = 0.12
AT-GC 0.03 = 0.04 0.16 = 0.21 0.04 = 0.05 0.01 = 0.02
Deletion
Single bp 1 0.05 %004  0.19 % 0.08* 026 = 0.19% 0.11 + 0.09
Over 2bp 0 0 0.02 = 0.04 0.02 %= 0.03
Insertion 0 0.01 %= 0.02 0 0.01 = 0.02
Complex 0 0.03 %= 0.06 0 0
Total 042 =022 0.86 =069 093 %= 0.28 0.59 = 0.26

* %% p<0.05, 0.01vs. Control group.
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Fig. 6 gpt mutant frequencies in the lungs of AA-treated immature and
mature gpt delta mice. Data represent means = S.D. (n=5). *: p<0.01 vs.
Control group (immature). #: p<0.01 vs. Control group (mature).
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Fig. 7 red/gam mutant frequencies in the lungs of AA-treated immature and
mature gpt delta mice. Data represent means = S.D. (n=5). #: p<0.01 vs.
Control group (mature).
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Fig. 8 N7-GA-Gua levels in the lungs DNA of immature and mature gpt delta
mice. Data represent means + S.D. (n=5).
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Fig. 9 8-OHdG levels in the lungs of immature gpt delta mice treated with
AA for 4 weeks. Data represent means + S.D. (n=5).
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Table 5 Data of Water consumption data and intake of AA

Water consumption AA intake

Croup (ml/mouse/day) (mg/mouse) (mg/kg/day)
Young
Control 4.9 - -
100 ppm 4.2 11.7 21.8
200 ppm 3.0 17.0 41.2
400 ppm 1.2 11.1 46.2
Adult
Control 82 | - -
100 ppm 6.4 17.9 22.5
200 ppm 5.4 30.1 38.6

400 ppm 3.8 42.1 59.2
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Table 6 Body and organ weights of immature gp# delta mice treated with AA for 4
weeks.

AA

Item Control 100 ppm 200 ppm 400 ppm
No. of animals 10 10 . 10
Body weight (g) 23.21 = 0.76 21.52 = 1.07 18.08 = 1.62** —
Absolute (g) ox

Lungs 0.13 = 0.01 0.13 =+ 0.01 0.11 %= 0.02

Liver 1.20 = 0.07 110 = 0.11 0.96 = 016"

Kidneys 0.34 = 0.01 0.32 &= 0.03 0.27 = 0.05

- Relative (g%)

Lungs 0.58 = 0.04 0.60 % 0.06 0.63 = 0.08

Liver 5.19 = 0.24 5.10 =+ 0.39 5.29 + 0.53

Kidneys 145 £ 0.05 1.48 &+ 0.06 1.50 = 0.14

* %% p<0.05, 0.01vs. Control group
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Table 7 Final body, absolute and relative lung, liver and kidney weights of
mature gpt delta mice |

AA
Item Control 100 ppm 200 ppm 400 ppm
No. of animals 10 10 10 10
Body weight (g) 30.57 % 1.43 28.57+ 1.69 2836+ 1.84 19.68 &= 2.21**
Absolute (g)
Lungs 0.16 = 0.02 0.17 = 0.01 0.16 = 0.01 0.13% 0.01**
Liver 1.51 = 0.15 1.47 += 0.13 1.43 + 0.16 0.78 = 0.12"*
Kidneys 0.43 == 0.05 0.43 % 0.06 0.41 = 0.05 0.27 % 0.02**
Relative (g%)
Lungs 0.52 == 0.04 0.58 = 0.05 0.55 == 0.04 0.65 % 0.05 "
Liver 4.94 %+ 031 5.12 + 0.62 5.05 =+ 0.35 3.94 + 027°F
Kidneys 142 +0.12 1.51 = 0.21 1.45 % 0.09 1.39 % 0.10

*, %% p<0.05, 0.01vs. Control group
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Table 8 Specific Mutant frequency of the lungs of immature gpt delta mice treated
with AA

Control AA 100 ppm AA 200 ppm AA 400 ppm

Base substitution
Transvertions

GC-TA 0.11 = 0.15 0.20 &= 0.21 0.26 = 0.15 —

GC-CG — 0.03 = 0.04 0.16 == 0.13** _

AT-TA 0.06 = 0.13 0.18 = 0.21 0.36 = 041 —

AT-CG 0.10 = 0.14 0.04 = 0.06 0.02 = 0.05 —
Transitions

GC-AT 0.25 =022 0.36 &= 0.40 0.37 = 0.18 —

AT-GC 0.04 = 0.10 0.19 = 0.25 0.07 &= 0.06 —
Deletion .

Sigle bp 0.08 &= 0.11 0.19 = 0.20 0.58 = 0.56" —

Over 2bp — — 0.04 = 0.06* —
Insertion 0.05 = 0.11 — - -
Complex - — — —

* %% p<0.05, 0.01vs. Control group (immature)

Data represent means + S.D. (n=5).
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Table 9 Specific Mutant frequency of the lungs of mature gpt delta mice treated

with AA
Control AA 100 ppm AA 200 ppm AA 400 ppm
Base substitution
Transvertions | " "
GC-TA 0.02 £+ 0.04 - 0.19 = 0.12 0.19 = 0.13
GC-CG 0.03 = 0.06 - 0.07 = 0.08 0.05 £ 0.06
AT-TA — 0.03 £+ 0.05 0.04 = 0.07 0.07 = 0.10
AT-CG — 0.06 £+ 0.09 0.07 £ 0.10 0.04 £ 0.09
Transitions
GC-AT 0.15 = 0.10 0.08 = 0.08 0.17 = 0.10 024 £ 0.16
AT-GC — 0.04 = 0.09 0.05 = 0.09 0.14 = 0.18"
Deletion :
Siglebp ~ 0.04 =008 016018 0202023 060 = 044"
Over2bp  0.02 £ 0.05 — _ 0.11 = 0.15"
Insertion —_ 0.01 &= 0.03 0.04 %= 0.06 —
Complex - — — -

# ##: p<0.05, 0.01vs. Control group (mature)

Data represent means =+ S.D. (n=5).
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Table 10 Data of water consumption data and intake of AA

‘ Water consumption AA mtake
Group
(ml/mouse/day) (mg/mouse) (mg/kg/day)
Young
Control 5.7 - -
AA 5.4 30.3 40.4
AA+TCP 5.8 322 43.8
AA +AsA 5.8 32.6 442

AA +NAC 54 30.3 419
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Table 11 Body and organ weights of gpt delta mice treated with AA for 4 weeks.

Item Control

AA

AA +TCP

AA + AsA

AA+NAC

No. of animals 10
Body weight (g) 28.84 == 1.88

Absolute (g)

Lungs 0.14 = 0.01

Liver 1.36 = 0.09

Kidneys 0.41 % 0.03
Relative (g%)

Lungs 0.48 =+ 0.04

Liver 473 %= 0.16

Kidneys 1.42 = 0.06

10
*%
26.81 £ 1.54

015 % 0.01 "

1.32 %= 0.09
0.39 &£ 0.03

0.56 = 0.03 **

492 £ 0.16
1.46 = 0.05

10
26.25 = 1.05 **

ok
0.15%=0.01

1.29 %= 0.08

0382002 *
0.57 = 0.03 **
493 018 *
1.46 = 0.08

a

4
2635160

0.15 % 0.01 "

*%
1.20 = 0.10
038 = 0.02 "

0.56 = 0.03 **
455+ 022
1.45 = 0.06

a

4
2579 & 1.46 "

0.14 = 0.01

1.18 010 "
0.40 = 0.03

0.56 & 0.03 **
4.56 = 023

k%
1.53 % 0.08

* *%. p<0.05, 0.01vs. Control group
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