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Figures F-1~5
Figure 1 Bacterial reversion test of 4-Methoxy-benzaldehyde in strain TA100 F-1
Figure 2 Bacterial reversion test of 4-Methoxy-benzaldehyde in strain TA1535 F-2
Figure 3 Bacterial reversion test of 4-Methoxy-benzaldehyde in strain WP2znvr4 F-3
Figure 4 Bacterial reversion test of 4-Methoxy-benzaldehyde in strain TA98 F-4
Figure 5 Bacterial reversion test of 4-Methoxy-benzaldehyde i strain TA1537 F-5
Tables T-1~4
Table 1 Results of the bacterial reversion test of 4-Methoxy-benzaldehyde

(1st trial) [direct method : -S9] T-1
Table 2 Results of the bacterial reversion test of 4-Methoxy-benzaldehyde

(1st trial) [activation method . +S9] T-2
Table 3 Results of the bacterial reversion test of 4-Methoxy-benzaldehyde

(2nd trial) [direct method . -S9] T-3
Table 4 Results of the bacterial reversion test of 4-Methoxy-benzaldehyde

(2nd trial) [activation method . +S9] T-4
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AHABEGHTIZBVT, 4-2 PFIRVATVTR FICRRETERERY
FRTAVEHAPTR VO LHETL 7.

4-2 P X IRV AT VT FOERBEHIZOWT, BETFEANEEFEEL
WETT 5728, 2 X357 AH (Salmonella typhimurium) TA100, TA9S, TA1535
B XU TALI537 ¥k 7% & VW KBEE (Escherichia coli) WP2 uvrd ¥r% FV>7:45)%
ZEIRERHERR T IT o 7.
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¢ AAXIFTAW TAIS3S (e AF Y VERBEOEEITBHRE)

d R*AXIFT7RAE TAIST (e RFVVERED T V-0 7 M)
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BV — AERFER (T — )

FARXF 4T AN B (H) Lo VBTGNS R 104F9 A 22
HE5%, Lot No. ANG20IN) ZEBERIER L7z, 7L — M3, Vogel-Bomer
BAKEHE ¥ E U TRROMBOEBR 30mL #ERICY v — LIZHELED
DThA.

IR~ AT b - 7KE 02 g
7 LUER - 1K 2 g
D UVERT A U A - KR 10 g
) VER—T VEZY A 192 g
JKERILF B A 0.66 g
FBELUK 200 mL
Tha—2A 20 g
HBUK 100 mL
%K (No.l ; Oxoid Limited ; LotNo. 60297) 15 g
FEEUK 700  mL

FyTTH— (BRER)

T|ALF FU YL 05% % E L 0.6%FER (Bacto-agar | Difco Laboratories ; Lot No.
120535)D) K&EWE X — I V=T TRE L%, A XIFI7AHEHAND
HERDIGE, 0.5mmol/L L-t AF V¥ (BB LF#INSHE ; Lot No. 412E1389)
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RERAMROBIREE

ANEE 200 mL DNy JIVRZ=ZA7 T AT 25%=a— b))V T A
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ATP 74 PA—%— (VIFTAF— K-100:. Fva—-<vUH#HRAEML) 2H

TR L 724EE 2 TR L.

HERAEEH (X10°/mL)

TA100  TA1535 WP2uwAd  TA98 TA1537
AEAE% 1 [mIB 3.69 3.33 3.89 3.03 2.03
AERER 2 B H 3.77 3.45 3.67 - 325 2.35
S9 mix

Bl 6 » BURHR® S9mix (v I—< V#AS1 ; Lot No. FSM-396) % &
BRI L7
S9 DL
SO AHOBEOENIE, 4, IHEF, FEWELLTICEERELXLTITRLL.

a. Dy EE RAA-396
b. FAHA PR 1141 22 B (FEWERS KRS HE)
c. fEAEY Z v b © Sprague-Dawley %
d. & EE M7 B
e. HE 207~252¢
f fEzEF T
g FEWE Phenobarbital(PB)3 & UF 5,6-Benzoflavone(BF)
h w5E PB: 30mgkgl @ (1 BB),
BIU 60mgkg3 B (2~4 HE)

5m#% BF : 80mg/kg1 H (3HE)
i wE5HE PERERIRS-

i =Z=HEE 26.5 mg/mL
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S9 mix DFHHL
SOmix 1 mL FOE % LLTFIZ/RT.

S9 o 0.1 mL
KCl 33 pmol
MgCl, 8 pmol
G-6-P 5 pmol
NADPH : 4  pmol
NADH 4  umol
Na— Y VEERER (pH 7.4) 100 pmol
BRI E B OTR

AR EII DMSO BB TH D, 20, BHPATEETH o7 b
ExE % DMSO (Lot No. K24605778 803) AR SEFABEMRE Lz, 2o
FRAER L ERBEY AV CHEREICFR L%, BEbIIR0EzITo72.
EVFXaT——TERAVTHIKLIEZIT o 72 DMSO T #ERYE OFZUAFE
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BFIERTE (—20C) L722do%sERICfER L.

AF2  2.2-7J)W)3-(5-= bE2-7Y V) FIZYNTIF

(FRyGihss T4 SHT ; FIEE 98.0~102.0% ; Lot No. PAN0050)
NaN, 74+ )7L

(FnFerisE TR AT ; M 99.0%LLE ; Lot No. TPR1596)
9-AA 973 TV VUERE

(Aldrich Chemical Co., Inc. ; 5/ 98.0% ; Lot No. AQ08326HN)
22AA 2-TI)TURNTERY

(Fnyefbse T3t ; M 90.0%LLE ; Lot No. DLH6052)
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(EHEE)

AF-2 0.01 pg/ 7L —*F (A X2 F72H : TAI00)
b. AF-2 0.1 Z (RX3XF 7 AH . TA9S)
c. NaN, 0.5 % (R XIF T AH : TAI535)
d. 9-AA 80 Z (AX3IF7AH : TAI537)
e. AF-2 0.01 4 (KPBH . WP2 uvrd)
(REBNEHELE)
a 2-AA 1.0 pg/ 7L—1% (R X357 AH . TAI00)
b. 2-AA 0.5 v (A XX F7AH : TA9S)
. 2-AA 2.0 Z (R XX F 7 AH . TA1535)
d. 2-AA 2.0 Z (A X357 AH : TAIS37)
e. 2-AA 10.0 Z (KIZE - WP2 uwrd)

B, IhoORBRARRNEEREHETFWERERE [ZEEICS
TAERFEHHBE T A MTA FF 4> & GLP] IZELTRE L.

WEREHR GRABUER) 7% 5N SOmix IZDOWTEFEREREERL . T4
b, FABUEW 100 pL A3 SO mix 500 pL I by T H - ENEFN 2
mL 7L, FV— b EIEWTE. 37COLMT 48 BREREE LU /otk, HETS
LD FER L.

FRUE R L USSO mix DT IUIZDWT D 2D L — k% Vv TEEHRER
ZEB L.

4-2 P F IRV AT VT FIRABERZ 5 N S9 mix DEREAERIZB W T,
BOEEIIRD NG o7z,
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1277, BRFERERSER

12.7.1. AEBHE=
IMOTL— M HWTERL - FRILREEBOER L U TIORT.

REHE S9 BIRERERE oo = -
(ug/7L—1F) MIX TA100 TAI535 WP2uwd TA98 TAI1537

0 - 90 14 21 16 9
19.5 - 123 8 29 14 6
78.1 - 134 5 18 10 6
313 - 95 11 48 11 7
1250 - 75% 6* 26 12 5%
0 + 104 14 17 22 10
19.5 + 95 10 24 20 - 14
78.1 + 89 9 33 19 12
313 + 80 9 33 2 14
1250 + 80 6 22 16 12

* ! EEEEEA

EEDIFRICOWTIZ 1250 pg/ 7 L — MZBWTRBEEICHT 24T
FREVEDEIZE S . L LERDTS, WTFNORBEK & bIEIRERER
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RE L.

ERIAERABRCHEYL Y 3D T L— L 2V,

BKeHAE (ig/7V— 1)

TAIO0  TAI535 WP2wuwd  TA98 TA1537
R e 1250 1250 5000 5000 1250
RS b 5000 5000 5000 5000 5000

=12
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4-2 M F I RVXTNT e FOEREBWY, THOLEBETEREEFTELRD
HEARET A0, #EY GXIFT7AE - KEE) 2BV TLA Y
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Figure 1. Bacterial reversion test of 4-Methoxy-benzaldehyde in strain TA100

(115-093)
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Figure 2. Bacterial reversion test of 4-Methoxy—benzaldehyde in strain TA1535

(115-093)
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Bacterial reversion test of 4-Methoxy-benzaldehyde in strain WP2uvr4

(115-093)
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Figure 4. Bacterial reversion test of 4-Methoxy-benzaldehvde in strain TA98

(115-093)
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Table 1. Results of the bacterial reversion test of 4-Methoxy-benzaldehyde (1st trial)
[direct method : -S9]
Revertant colonies per plate [Mean % S.D.]
Compound Dose
(1 g/plate) TA100 TA1535 WP2uvrA TA98 TA1537
Test substance 0 106 108 94 14 12 12 15 14 16 17 19 19 4 8 7
(103 = 8] [ 13 £ 1] [ 15 + 1] [ 18 + 1] [ 6 % 2]
39.1 118 120 85 18 12 13 9 5 7
(108 = 20] [ 14 = 3] [ 7= 2]
78.1 97 109 94 18 11 13 14 15 16 4 3 4
(100 % 8] [ 14 = 4] [ 15 * 1] [ 4 + 1]
156 120 132 104 11 14 14 16 19 11 15 14 15 8 7 6
[119 + 14] [ 13 £ 2] [15 + 4] [ 15 =+ 1] [ 7+ 1]
313 109 119 10t 16 17 16 18 25 25 18 14 24 4 5 5
[110 = 9] [ 16 = 1] [ 23 £ 4] [ 19 = 5] [ 5 =+ 1]
625 119 89 105 14 13 16 18 25 24 19 18 15 3 5 6
[104 + 15] [ 14 = 2] [ 22 = 4] [17 = 2] [ 5+ 2]
1250 96 % 89 % 83 % 9% 9% 12% 19 19 23 14 16 15 4% 3 x 4=
[ 89 = 7] [ 10 %= 2] [ 20 = 2] [ 15 = 1] [ 4 = 1]
2500 28 27 23 13 15 14
[ 26 = 3] [ 14 + 1]
5000 16 % 20 % 17 * 8% 8% 9%
[ 18 + 2] [ 8 = 1]

Positive control

415 390 39579 357 332 335 152 144 144 602 624 5917 344 339 3219
[400 = 13] (341 = 14] (147 * 5] {606 = 17] (335 = 12]

a): AF-2; 2-(2-Furyl)-3-(5-nitro-2-furyl) acrylamide, 0.01yu g/plate

c): AF-2, 0.1ug/plate

b) : NaN;; Sodium azide, 0.5u g/plate

d): 9-AA; 9-Aminoacridine hvdrochloride, 80u g/plate

% : Growth inhibition was observed
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Table 2. Results of the bacterial reversion test of 4-Methoxy-benzaldehyde (1st trial)
[activation method : +59]

Revertant colonies per plate [Mean = S.D.]

Compound Dose
(1 g/plate) TA100 TA1535 WP2uvrA TA98 TA1537
Test substance 0 104 101 112 11 13 11 15 16 16 25 27 25 9 14 11
(106 = 6] [12 + 1] [ 16 % 1] [ 26 = 1] [11 = 3]
39.1 21 25 23
[ 23 = 2]
78.1 20 19 21
[ 20 = 1]
156 120 106 111 13 14 12 20 16 17 30 27 31 11 14 15
[112 =+ 7] [ 13 = 1] [ 18 = 2] [ 29 + 2] [ 13 %= 2]
y—]
;J 313 117 127 114 10 10 12 27 24 26 26 18 23 15 19 14
[119 =+ 71 [ 11 + 1} [ 26 £ 2] [ 22 = 4] [ 16 = 3]
? 625 110 140 113 12 12 10 26 27 25 20 21 20 16 16 17
‘ 121 = 17] [ 11 = 1] i 26 % i] [ 20 = 1] [ 16 = 1]
1250 71 87 90 8 9 10 22 17 17 23 19 23 15 14 12
[ 83 + 10] [ 9 % 1] [ 19 = 3] [ 22 = 2] [ 14 = 2]
% 2500 58 % 67 % 44 * 6% 8% 9% 25 24 22 20 24 26 8% 9% 6%
| [ 56 = 12] [ 8 = 2] [ 24 = 2] [ 23 =+ 3] [ 8 + 2]
5000 34 % 41 % 27 % 6x 8% T T%- T% 9% 14 * 15 % 19 % 5% bH% 4%
; [ 34 = 7] [ 7% 1] [ 8 % 1] [ 16 = 3] [ 5 + 1]
i
? Positive control 547 521 543 @ 290 316 334 Y 844 813 8779 500 495 499 ¢ 145 155 148 ®
[537 = 14] [313 =+ 22] [845 == 32] (498 = 3] [149 = 5

a) : 2-AA; 2-Aminoanthracene, 1ug/plate b) :2-AA, 2pug/plate c¢) : 2-AA, 10 g/plate d) : 2-AA, 0.5u g/plate

* : Growth inhibition was observed
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Table 3. Results of the bacterial reversion test of 4-Methoxy-benzaldehyde (2nd trial)
[direct method : -S9]

Revertant colonies per plate [Mean * S.D.]

Compound Dose -
(1 g/plate) TA100 TA1535 VP2 uvrd TA98 TA1537
Test substance 0 106 99 97 10 11 11 14 15 13 ‘ 21 21 18 11 10 8
[101 = 5] [ 11 = 1] [ 14 + 1] [ 20 + 2] [ 10 *= 2]
39.1 103 108 111 11 10 11 9 13 11
[107 =+ 4] [ 11 = 1] [ 11 = 2]
78. 1 89 98 88 13 12 16 16 20 18 9 11 11
[ 92 = 6] [ 14 = 2] [18i 2] [10 = 1]
156 95 107 116 11 17 17 20 22 19 19 14 18 7 7 7
[106 =+ 11] [ 15 £ 3] [ 20 + 2] 17 = 3] [ 7 =+ 0]
313 83 100 84 12 11 10 17 16 16 17 13 17 7 8 9
[ 89 + 10] [11 = 1] [ 16 *+ 1] [ 16 + 2] { 8 = 1]
625 95 96 94 20 13 18 22 19 24 14 20 18 6 5 8
[ 95 %= 1] [ 17 £ 4] [ 22 = 3] [ 17 = 3] [ 6 = 2]
1250 89 % 84 % 87 =* Tx 11% 14 % 18 24 23 19 20 17 6% 4% 6%
[ 87 + 3] [ 11 = 4] [ 22 + 3] {19 = 2] [ 5 =+ 1]
2500 18 21 20 17 19 13
[ 20 = 2] [ 16 % 3]
5000 20 % 11 % 13 % 8% 11% 6%
[ 15 = 5] [ 8 = 3]
Positive control 449 459 434 @ 344 379 372V 143 151 154 @ 688 642 648 % 445 439 511 #®
(447 + 13] [365 = 19] (149 =+ 6] [659 =+ 25] [465 =+ 40]

a): AF-2; 2-(2-Furyl)-3-(5-nitro-2-furvl)acrylamide, 0.01 u g/plate b) : NaN;; Sodium azide, 0.5pu g/plate
c): AF-2, 0.1pug/plate d) : 9-AA; 9-Aminoacridine hydrochloride, 80u g/plate
% : Growth inhibition was observed




Table 4. Results of the bacterial reversion test of 4-Methoxy-benzaldehyde (2nd trial)

[activation method : +S9]
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Revertant colonies per plate [Mean = S.D.]

Compound Dose
(ug/plate) TA100 TA1535 WP2uvrd TASS TA1537
Test substance 0 111 104 114 12 12 12 19 17 18 26 29 31 9 13 14
[110 = 5] [ 12 = 0] [ 18 + 1] [ 29 = 3] [12 = 3]
39.1 14 24 16
[ 18 + 5]
78.1 20 19 23
[21 = 2]
156 100 103 100 10 10 9 17 24 23 28 30 23 12 8 9
[101 = 2] [ 10 + 1] [ 21 % 4] [ 27 = 4] [ 10 = 2]
313 ' 101 107 105 12 10 10 15 17 19 25 23 24 9 14 11
[104 =+ 3] [ 11 %= 1] 17 o+ 2] [ 24 + 1] [ 11 = 3]
625 109 109 101 11 10 14 23 19 20 23 21 21 9 10 11
f106 =+ 5] 12 = 23 21 + 2] [ 22 = il [ 10 = 1]
1250 95 74 79 12 10 12 24 18 17 24 23 31 11 3 12
[ 83 = 11] [ 11 + 1] [ 20 % 4] [ 26 = 4] [ 12 + 1]
2500 75 % 66 % 74 % 14% 13% 11 % 29 24 19 24 % 21 % 21 % 14 % 10% 13 =%
[ 72 = 5] [ 13 =+ 2] [ 24 = 5] [ 22 = 2] {12 = 2]
5000 37% 26 % 25=% 9% 5% 9% 18% 16% 10 15% 13 % 11 % 7% 7% 9%
[ 29 =+ 7] [ 8 = 2] (15 + 4] [ 13 = 2] { 8 = 1]
Positive control 565 561 528® 303 332 320% 823 854 842 501 512 5099 159 180 176
[551 =  20] {318 £ 15] (840 +  16] [507 + 6] (172 = 11]

a) : 2-AA; 2-Aminoanthracene, 1pug/plate b) : 2-AA, 2u g/plate «¢)
* @ Growth inhibition was observed

1 2-AA, 10 g/plate

d) : 2-AA, 0.5 g/plate
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