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Figure 1-1. Reverse mutation test of Artificial red cells with bacteria.
(dose- finding test: without S9 mix)
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Figure 1-2. Reverse mutation test of Artificial red cells with bacteria.

(dose- finding test: with S9 mix)
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Table 4-1

Reverse mutation test of Artificial red cells with bacteria (dose-finding test)

Number of revertant colonies/plate

Concentration

S9 mix %) Base-pair substitution type Frameshift type
TA100 TAI1535 WP2uvrA4 TA98 TA1537
. 140 11 40 32 18
N 1
egative contro 0 143 (142 )] 13 (12 )| 50 (45 )| 35 (34 | 24 (2
01 125 10 31 33 14
) 125 (125 ) 16 (13 ) 40 (36 ) 33 (33 ) 18 (16
03 144 10 : 33 29 16
) 161 (153 ) 15 (13 ) 37 (35 ) 31 (30 ) 19 (18
1 144 10 32 24 18
159 (152 ) 16 (13 ) 33 (33 ) 30 (27 ) 22 (20
e 120 7 41 27 23
A
rtificial red cells 3 131 (126 )| 17 (12 )| 42 (42 )| 27 (27 )| 26 (25
S9 mix (-) 10 125 13 30 24 13
151 (138 ) 18 (16 ) 44 (37 ) 30 (27 ) 21 (17
30 128 11 42 27 16
135 (132 ) 12 (12 ) 45 (44 ) 32 (.30 ) 16 (16
100 134 15 26 24 7
141 (138 ) 15 (15 ) 31 (29 ) 27 (26 ) 8 (8
Name AF-2 NaNj AF-2 AF-2 9AA
Concentration
Positive control (ug/plate) ool 05 0ol 01 80
Number of revertant| 445 591 106 375 306
colonies/plate 525 (485 )| 638 (615 )| 121 ( 114 Hi 378 ( 377 )| 371 ( 339
Negative control : Saline.
AF-2 : 2~(2-Furyl)-3-(5-nitro-2-furyl)acrylamide; NaNj; : Sodium azide; 9AA : 9-Aminoacridine hydrochloride.
( ): Mean
No precipitates were noted at any concentration on the surface of agar plate.
No growth inhibition of tester strains was observed.
Table 4-2 . o .
Reverse mutation test of Artificial red cells with bacteria (dose-finding test)
) Number of revertant colonies/plate
S9 mix Concze;)t )ratlon Base-pair substitution type Frameshift type
TA100 TA1535 WP2uvrd TA98 TA1537
. 141 12 37 31 24
Negative control 0 160 (151 )| 13 (13 )| 47 (42 )| 42 (37 )| 24 (24
01 139 12 41 34 22
) 139 (139 ) 14 (13 ) 43 (42 ) 38 (36 ) 27 (25
03 158 10 30 24 23
) 164 (161 ) 10 (10 ) 46 (38 ) 31 (28 ) 29 (26
I 127 11 32 40 13
148 ( 138 ) 14 (13 ) 35 (34 ) 42 (41 ) 24 (19
P 125 9 40 35 17
Artificial red cells 3 140 (133 )| 10 (10 O] 47 (44 )| 39 (37 )| 19 ( 18
$9 mix (+) 10 139 9 36 34 18
150 (145 )| 11 (10 O] 41 (39 )| 35 (35 ) 25 (22
30 129 9 38 41 17
163 (146 ) 13 (11 ) 49 (44 ) 4 (43 ) 21 (19
100 128 8 28 34 11
153 (141 ) 9 (9 32 (30 ) 39 (37 ) 18 ( 15
Name 2AA
Concentration
Positive control (ug/plate) 1 2 10 05 2
Number of revertant| 1135 360 1113 451 193
colonies/plate 1187 (1161 )| 401 (381 )| 1208 (1161 )| 454 ( 453 )| 212 ( 203

Negative control : Saline.
2AA : 2-Aminoanthracene.
( ): Mean

No precipitates were noted at any concentration on the surface of agar plate.
No growth inhibition of tester strains was observed.
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Number of revertant colonies/plate

Number of revertant colonies/plate
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Figure 2-1. Reverse mutation test of Artificial red cells with bacteria.
(mutagenicity test: without S9 mix)
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Figure 2-2. Reverse mutation test of Artificial red cells with bacteria.
(mutagenicity test: with S9 mix)
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Table 5-1

Reverse mutation test of Artificial red cells with bacteria (mutagenicity test)

Number of revertant colonies/plate

S9 mix Conc(e‘;; gatlon Base-pair substitution type Frameshift type
TA100 TA1535 WP2uvrA TA98 TA1537
. 164 12 46 34 22
Negative control 0 174 (169 )| 19 (16 )| 52 (49 )| 34 (34 )| 24 ( 23
625 120 8 27 30 16
161 (141 ) 8 (8 )| 34 (31 )| 33 (32 ) 20 (18
125 134 11 31 22 17
135 (135 ) 13 (12 ) 36 (34 ) 30 (26 ) 24 (21
Artificial red cells 25 130 1 39 20 20
136 (133 ) 13 (12 )| 44 (42 )| 24 (2 )| 20 (20
S9 mix (-) 50 113 8 34 21 14
146 (130 )| 15 (12 )| 39 (37 )| 28 (25 ) 20 (17
100 134 11 22 24 16
167 (151 )| 11 (11 )| 22 (22 )| 28 (26 )| 18 ( 17
Name AF-2 NaNj AF-2 AF-2 9AA
Concentration
Positive control (ne/plate) 0.01 0.5 0.01 0.1 80
Number of revertant 594 580 110 353 386
colonies/plate 609 (602 )| 656 (618 )| 135 (123 )| 383 (368 )| 475 (431
Negative control : Saline.
AF-2 : 2-(2-Furyl)-3-(5-nitro-2-furyl)acrylamide; NaN; : Sodium azide; 9AA : 9-Aminoacridine hydrochloride.
( ): Mean
No precipitates were noted at any concentration on the surface of agar plate.
No growth inhibition of tester strains was observed.
Table 5-2
Reverse mutation test of Artificial red cells with bacteria (mutagenicity test)
Number of revertant colonies/plate
. Concentration ; — -
S9 mix (%) Base-pair substitution type Frameshift type
TA100 TA1535 WP2uvrA TA98 TA1537
Negative control 0 165 13 30 35 17
180 (173 ) 14 (14 ) 32 (31 )| 35 (35 ) 24 (2
625 170 7 20 34 17
18 (178 )| 13 (10 )| 36 (28 )| 38 (36 ) 23 (20
12.5 141 11 24 25 24
161 (151 )| 12 (12 )| 26 (25 )| 29 (27 ) 25 (25
o 165 12 31 23 19
Artificial red cells 2 177 (11 )| 12 (12 )] 33 (32 )| 28 (26 )| 25 (22
S9 mix (+) 50 146 9 22 26 17
171 (159 )| 10 (10 )y 24 (23 )| 29 (28 ) 23 (20
100 160 8 21 23 18
193 (177 ) 11 (10 )| 24 (23 ) 290 (26 ) 21 ( 20
Name 2AA
Concentration
Positive control (ug/plate) 1 2 10 05 2
Number of revertant | 1089 386 1140 437 246
colonies/plate 1168 (1129 ) 406 (1396 )| 1205 (1173 ) 449 (1443 ) 255 (251

Negative control : Saline.
2AA : 2-Aminoanthracene.

( ): Mean

No precipitates were noted at any concentration on the surface of agar plate.
No growth inhibition of tester strains was observed.
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1. AR ERAER (Table 4-1, 4-2% UFigure 1-1,
1-2)

1.1. 7 L— b O

S9 mix LM KL OS9 mixiisin & &, BE2BHAARE K
DEEKRTRIZT L— b EOHFHZIERD 57
NoTz, 728, S9 mixEERMNE OS9 miximin & b,
3% EDOREIZB W TE R IIRG, &
K TRRIZIIRBOBZANRED b,

1.2. HEOAEBRE
SO mixEFM KL S mixisin & b, WD EER
WBWTHEDAFTHEIIRD b ho Tz,

1.3. BIRERan =—%

SO mix AN OSO mixHIM & b, WTHOEK
KRN THERER oo = —HuI s R o2E
KiETHo T,

1.4. T HEE

Bt R Tl IR R o m = — s fa st i
D2 ELL BTN L, R RRCIE, RERMEER DN
Y777y R —F O £ 2 SD.O#FHFHNIZ
Holm,

1.5. R
WERMVE RIE (100%) R TU'S9 mixiZ HEE DR A
IR bR o T,

2. AFRER (Table 5-1, 5-2% U'Figure 2-1,
2-2)
2.1 TL— b Lot

S9 mix RN KOS9 mixiwMN & b, BE#BR iR &
OEERETRIZT L— b EOVTHIIERD b7
Molo, 728, S9 mixEERMNKLUS9 mix#™m & & .
6.25%LL EDREIZIB W\ TERBAREIZ IR A, B
BRTEICIIRADOECNRD bR,
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2.2, EHOABME
SO mix BRI KL SO mixF & &, W OHERk
WCBWTHEOEFTHEIIRD bR T,
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SO mix EFRN K SO mix¥mM & b, WITHOERE
CRWTHEFER oo =—FiTRE R O2f5
RETHoT,

2.4. *t R E
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ANLHRIERDOBERFRAERFREDOFEL
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ANTHRMERIE, S9 mixEEA K S mix#shn & &,
WTNOEKOT R TOREIZEBNT, HRER
au = — IR EO2fE Ll BT Lo
7o
EHERBR T, %BRWE O EERK 0'S9 mix
[CHEE DIBRAITRD o7z,

BBIEXT R TIE, EIRAER 2 v =— B3 R R
D2 fELL Bz L, BB T, RBRERR DN
w7 7T RTF—2 O £ 2 SD.OFPHNIZ
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BIFALERFEMERBR T A M A KT A4 LGLP
— . R EKES IS, ER3EIA

3. ~"EFuvt/hEEDB Su LTI b
CEAREDRICETIHREH

A. HEEB

Hb/NMaE o fE TRIZB W T, REBRE CHE
BEREATHZENEBENTVWD, LIl £
DRIFEM2500mTH B 120 JE 7 4 V& #RE
THEIEDHZ EHHRBR, ZDTD, OBk
BEEDFREMEZBR LT\ 5, BEIC SAFFEEE T,
B-7u v 4T N (BPLYDEIEIZDONTHD
FEE DRER%Z LT 5, BPLIZ MR RAIE O LD
RERH & LTRHAENTHNEOT, HoyMaEo
BETRICLEARKLILDOEEZTND, L
LWEEEE, BPLIRIMEIZ DWW T, MED B % 3
(Bacillus subtilis spores)DIRMAIZI W TIL, +54
RBEDRNEDNRD -T2, £ T, REEIT
Mhiss U CIEMOBE IZ W TSRS L. Fao
R 2 RHE S TH HLBPLEZ RN 5 5D ATHE
MeZ R Lz,

B. BRI (Test No. SN-2013-0560)

HF/NA T AR E A U7z Ho/Na iR 25 80k (10mL,
25A, BWERF AR U, Bacillus subtilis spores
ATCC 6633%0.1 mL#M L 72(10° colony forming
unit (CFU)/0.1 mL), /A 7 W% 37°C. £ 721350°C
IZTA »F 23— b L(Table 1), FIEDOIEEE
EXHEZ, RWT, BPLEwA 70 U TS E
721310 uLEA LZNEH, 0.05F 72130.10%12 72 5
EOWRRE Lz, 100BERE LZDL, 37CIZ
T2HER A > % 2 X— b L72(150£10 rpm), & D%,
1 mL%9 mLOABEEHE K CEBEHICHR L, %

24

BRI D ImL 2R L, EHAO~ UL
(\Z#EFE L(x 3). 20mL D Soybean-Casein Digest (SCD)
agar & RN L7z, 30-35°CIZT5HMES#& L, CFU
(colony forming unit) % #Hifll L 7=,

Hb/ a5 B~ 0 2 g D458 & BPLOHRINI,
BRGEAA VA =0 R 2 H R — )VRFFEFTIZ T
FEhi Uiz, £z, EAEOERZE & CFUFHAII Charles
Riverft (33 Ubi Ave 3, #06-13/14, 27-29 Vertex,
Tower B, Singapore 408868)(Z T i L 72(20134F1Z
4 HSBRASS > & Charles River ([ZZ8 &),

(IR 1K)
Hb/NIEA 53 8% (Lot 30-May-2013)

()
Bacillus subtilis spores ATCC 6633

1.70 x 10® CFU/0.1 mL

Table 1. Test variables in each test run

Variables

T Germination condition

et Germination Germination BPL
Run . .

Temperature Duration concentration
(C) (hr)

1 37 1 0.05%

2 37 3 0.10%

3 50 1 0.10%

4 50 3 0.05%

C. HRBLUEE

M Bacillus subtilis spores ATCC 6633)IZB89 5
&% Table 2, 312789, Hb/Mafk~DBPLIRIN&E
750.100% D & = A TLog reductiont0.40-0.501Z ¥4
F o, o T, FEMIZH L TIEBPLOZIRIZRE
ITH DT &R INT,
B-7av AT b OERBFIL. 77 FUER
RIEEH CRHABR L. DNASHIZREG T2 2 LI kY,
NI TV TRY A NVADRNERPITRPID &
2bDTHY, R MEEANZEH S TWD,
REAEJE D FEBR ClX. Staphylococcus aureus ¥ X



Table 2. Log reduction of Bacillus subtilis from the positive control counts,

A 2.01 X16° 5.30 0.07
1 : 538

B 227 X 10° 5.38 0.02

A g.10 X107 4.96 0.50
2 v 5.48

8 G40 X 10 4.97 0.48

A 1.03%10° 5.01 0.41
3 5.42

B 1,05 X 10° 5.02 .40

A 2.32 X 10° 5.37 0.05
4 . 5.41

8 204 X4 5.30 011

0.07

1 1 0.02
2z 37 3 010 0.50 0.48
3 50 1 6.10 0.41 0.40
4 50 3 0.05 0.05 o1

Pseudomonas aeruginosaD BINRIZEBWTIE, BPL
D+ IR E R R SN2 ZFI(Bacillus
subtilis spores) DTMARIZIBNTIX, +o 7 RE %
RBE LN o T, LER(Wikipedia)tZ LA, 2
Rz MBEISRONTRY , HHERED 50T
FRIERE & LT, MEZSET 5 ETORED
=D ENTWD, AFREOFITITT 7 4N
VIORRE, AEMER LAV RAE, Jux b
VULR, ARV TBRENREET D, 2
DIBL NVFRBL 7B XY VT LARBE, A
FHESHAEMOBDRAZREOE» S, b MK
TOEDYBERS, REMLREFRE L LTHRY
EFbnTWD, FREEDRIERF > TCHEN,
RECRE R EORENBWVIREBICENZY |
FOMBEICK L CHEEE R ITLEH LM LY
T5 &, MEBEMENIBICERRIER SRS, 20
L& MEOBREBTIEMNINTEO 7133
DHFIZFEEND, FHITHED TEOMAME % B
STHEY, ILICEENEL L GRE OMEMBIL
B DRI > THAEEERDZ ENFARETH D,

25

L L, FRORECIIME IS -Ico#ETH
LiFTEd, ZoRBHLROLATWS, 20D
FRUIMATL, KIRBLE N2 Z 8D, &
RO TFRN, BOZEOME OHEFEICHE L7z
RIZEPND &, FRIIRIFEL T, @E OHEH -
RAEEZ AT HREBPMELND, FhZRLLE
WEHIEE UCHIRMEE & XS HERD D,
FIRBEE T, M2 BRI LD & —B=E
THEL. BUERT HEEEZ3ERVIRTHDOT,
IR THE L TWOAMICERNRIE L THRERIC
BB EEMALEFETH D,

T A% VHRIHb DL IE80C R DT, BED L
FTFCEETHBMOBEMEMZ LI ENTE
i, BEtTALARS D EE X, SH, 37CE
FOS0CIZTA v Fa_X— N L TEFEIELZ L
ATz, LH L. Log ReductioniIfRER TH -
oo ZHIFEEIDRFOFHERT+HThHoT=Z
EEEWHRLTND, ZTNETO/BENS, Ho/ME
ROWE TRRIZ DWW TIL BPLEIRNT 2 HFIEEHR
HZREZT2HbD0D, BRERBEELRIET S b
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B. F&

FREIRRAT R Ic KB T 28T L L LT,
< 7 ANZ40% R ML A ATV, R 22 Bl 21T
BT O ETNVEAER LIz, HOVERGEOE DM L&
EMEERE L, FERSROEBRIINGE 2 %N
o OMECHE 3% 554 [K] 1-hypoxia-inducible factor lalpha
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HboVI S X FEROEIMICH L THLET
bdHLEZBNT,

HbV/rHSA

sRBC/rHSA B

rHSA

B4 voAMLBMEAENEREF LIZETS
~AEJOEVPMREREROFROMERE

FrF Bk 11
HbV/rHSA
sRBC/rHSA
rHEA

5 oWLMEAENEDET LICETE~ET O
Va5t O FF R U'R R TOHypoxia-inducible
factor 1alpha (HIF-1a)D R



5. ALARMERZF A L Tport-wine stain® L —
F—nRREL M ESEHE

A. HEE®

FREBIZ DT o B I R 1 R i =B A I oD
JEIRIZ X 2 AR REE CTH D, HAER0.3%I12H4
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