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BB A
N-T2F)-5-7 2 J % U F)LEE
AR 3 #Y
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(LOEC) . fx REEFZERE (NOEC) . RIREZR O ITBUEAR D HEBSLIRE (LCso) Z 3K D,
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a) WA MO T-HEAGRBRTE (ETEE) (ERk 25 4 3 8k (BREEK) BHEO AL 47
A B RER) THE3E3. =kxaBIdrazlvng IV a BhEAiL)
7212 L K25 & 3 2B I O~ & FeH GURIORTLELSE) 1M L7z,
b) OECD Guidelines for Testing of Chemicals, No. 211, October 2, 2012, "Daphnia magna

Reproduction Test"

TS L BRI B 5 H GRBRIREE ORCE ., AUBRIAIR O, SR E IR O IES)

DHAEL T,
AR S

PR AW =k xa¥ Iz (Ceriodaphnia dubia)
7 B O REMER D EA LT 3 I8 DABE D A= 1% 24 FERILLN
LS

AR K SXRTNTF—H— [P FU—K%K (FEF) ]

FRBR X FRETRFE L LC 80.0, 40.0, 20.0, 10.0, 5.00 mg/L (Zk2.0) @
5 PR FE X L OV R

AR IR D IR 100 mg/L (FX &) (2725 X 9 Ifitglalel & B K 2R A %, 30
SYFREE L. WRE S TR L 7o R 2 D TRl

i 7 Mk kX (BFE3 ABLOS Bk, HBRIRO SR L 2SH)

ZitE ] 6 HR X T 60%LL EOfEAAS 3 L. LE(F L7 H £ )

3K 10 38/3R5R X

RER AL 10 fEA/FREREC (1 B A/ B 7S )

AR #J 150 mL/ERER X (K9 15 mL/ARBR A =)

KR 24.8~25.3C

pH FH%& e

e B SENET, 16 KEREIEA/8 BERETHT

fo fF 1 B 1E{A247-0 YCT (50uL) & Chlorella vulgaris (%R 3 #Ha

FE 0.02~0.05 mgCMEKR % HZ2) % 15 H#AEE
WEBR IR OWIE  HPLC 3% (ZRERBRAARE, HAKFT# M OB T )

LCso CBUBEAR D FEBSEIR L) >80.0 mg/L
LOEC 10.0 mg/L
NOEC 5.00 mg/L

(EREHRE T, BUEREZICHED < fE)
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s
OH
N_ 0
0 T
CH,
HO
7= CoHoNO4
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o) HEEEE
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e BLD Pharmatech Ltd.
=y b CLWO023

PR E OFEEIL 100% & L CTHRD - 7=,
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AN ) T O E R
e) RE S
T — A — R CIEEATRE LT,
0 BV EorE
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=txratBITa (Ceriodaphnia dubia)

SABRIE a)lcHER I TV AT

[ SZAFZEBR T VE N ENLBREERF IR AT (2 D% Y3 Biiak < H FAE)
T NIINTF v —E BRI LR UKE, KR (25+1°C) &
OIS (16 RfEIRA/8 RefilE) TU w Ak L7z, A9 15mL @
B KEWT- L2 R C BRSO E 2170, FERAD 7
A OEFEZFEE L, MREEFTIEI Y3 1 RS-0
YCT (Yeast+ Cerophyll - Trout Chow) % 50 uL. 2 O} Chlorella vulgaris
T ARSI F R S LT 0.02~0.05mgC (2725 k5 1 HiZ 1A
FREE L7,

RERCHEA LI VIV TF v —I I T OEM 2w LT
72o OFRBRAT 7 HREOFEEIBEILE RN 20% 2B 2 720, @iBRIC
A2 3 8B AR O PEFEAS 1 BUER S 720 8 EIRLLETH S
Z &, QBT 7 B 3 JE5 O BIEETEOFEIEDN 15 fE R
UkThdZ b, ORIRIIVBIZI NN &,

AEBRICEEH L7 ohiRiL, 7 Bl sERMEER S PERF L7z 3 EH LA
FeD) Atk 24 RERILAN OO AT, ATREZRIR Y 414 12 IKefH]
DN (RREDIES->E 2 B THEGR) & L7z,

7] U B AR > & BE F V72 [F— AT D Sk % 42 C O RERIE B I B i
L., Zha 1 & L, 20RO LE (10 ) 2 ¥E(H L7z,

FUEWE T & 5B & e

B OT —X &L IR,

HAEWE b FY U A

(KRESITH. 7 v FES APM2033, & £ 7 A L A FEHEE)

FEREHIR - 2022 4£6 A 10 H~6 A 17 H

NOEC : 400 mg/L

ZOEIIYRBREHRICBITANY I T KT — X
(NOEC=400, 400", 800°', 400", 800°', 800", 400°', 800"',

800", 590" JZ X 890" mg/L, n=11) LIFIFA%ETHY ., AR

DEEEREETEN -T2 b D LS5,

TERBKEKORBAKE LTHROI AT VT +— % — %A
L7zt @ (Volvic**/Evian*® 9/1 v/v, #EEHK) 80 mg CaCOy/L) %
MAWTHEM LT —%

2 RFEIE : XU ERL Y

B OERGETT - FHER
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9. HBROFEi
9.1 ABrRHK
TIRO IR TNy —2— [Ho b U —REK (g *] &2, EAFEREIRE D
FIRED 90%LL L CH -T2, =7 L—va AHTblehoiz,
" Wig Yo hU—7—X QO0L-Xy AR FL)
SRy For (LS 100 mL 24720 | K 80 mg/L, pH 9 7)

FTrU DL 0.8 mg
VAN 0.1~2.4 mg
Y TR L 0.02~1.1 mg
VDR N 0.04~0.7 mg
TRAF— EAEKE, IBE. RAKIeY 0
9.2 AR H M OULE

AR 50 mL &4 7 AR LR

= BRI T T AT 7 BOE

ERITEI 7T AT v 7 BKE

MBS HMEE  RX-401HPN-Z (A U %)
9.3 BRI OFIE
fHERE0RF 0200 g 20 DB L., BBRH/K 2000 mL LIRATR., ~ TR T 4 v I AL —F
—C 30 sy LR ST 100 mg/L ORRBRIFHR 2 s L7z, FARALGRIC TRLEREDOR
BRIFE & BRI K 2R A L CREBIR 2 05 L SR BRAa T E L7z, s U 7= 3R BRI,
TEIRAE P B B L COKIR 2 RIBR AT IS FRE U7, AR X 2R B ARIRF O i L
FRBRIR L B T B AR B OB IE 2 L IS L 72,

9.4  BRSAF

#iE S Pk kR (B3I HBELDS B, RBRiRO2E %245

TR I TH] 6 HiH CRHRIX T 60%LL LA 3 JELL LPESF L7 H £ T)

IR RETEEE & LT 80.0. 40.0. 20.0, 10.0. 5.00 mg/L (kL 2.0)
TR RIS S & U L VAL 2 IR LTz,
T alBR G B 4 Additional data 1 (27779,

SRR PR % B F 72 iRER K

R 10 #/F5R X

B L 10 fEA/ERIX (1 fEARBR AR

ARBR IR & #) 150 mL/ARBR X (K9 15 mL/ARBRA %)

KR 25+1°C

pH %% e

BB BNATIC L D 16 FEREH/8 IR

fa  fE 1 H1fEARYS7-0 YCT (50uL) & Chlorella vulgaris (451§ /R LR &

0.02~0.05 mgC/ME{A % HZ) %4 BIGEE LT,
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9.5 BILLHIE
a) ABREM D —RIRTE
BB O TR E CRA ., BUEERO AL A B LT,
BUBRDPEN LT BRI 2 RIE B D Z B TR E TR L GECHE
BUTEHE L e o To) o Fio, BIERFTKRIRIFO AR 2B LT,
b) AERIE DK
FRBWIRI I 1 B, BRBRIE DR A8 A TR LR K OMUK AT @122
c) ARBRIEDKE K OBREESAE

HIEEHA AR pH, KR, B
HIE SR REBAGAIT, HOKFTER M OB FE R T

o3 X R FE B haisg D B E

WIE 71k TR R X 0 BIR B L =R IC W CllE (G SLEE)
FRBARR LV B L, BA LI b DIZ W THIE (HKAT & OV 5%E
TR

T E F e WRIFEEFEE HQ30d (HACH)
pH i HM-21P CGR#T 4 —5—4—)
AT A BRI 5T
BEARUNEHRE CM-31P GRIELT 4 — o — 7 —)

d) FERIE OISR B IR

T 7 A FFEPH AR, BUKAIE K ORI T I

BRIk TR ER L 0 BRI E (FHRLRE)
FRBREBREI VOB L, BA L DIZ W THIE (Hakal M O\5%E

& TIE)
AR L 057 EE (3000 rpm, 10 43fH])  (HRKRET R OVBREERE T IRFOD 2252 i)
Bk 10 mL (423K8R(X)
W EF 1k Appendix 1 Z

9.6 AHEROEH
FeilZ I E U 72 SRR O BRI B IR 2 3 5 E IR FE 0D 80~ 120% D#IFHIN Tdo -
7272, REROBEHITITRERE A Az,
BEARBRNO/ONTZT —F &b LI, BREEFEERBASR T LR Lz, BHbeE
o, RIXICRIT 2 HERD 60%LL EAS 3 JEREF LIz (B 6 B ET) 108
T2 RIED B IR 3 M5y DFEF IR s Z E IR LT,
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9.7 LOEC ) NOEC DO H}
BREMAHICONWT, KX LB U CREHAIIICHE ERIK T 2O bz & H IRV
BRI % LOEC, = O —> FORBREE 2 NOEC & L7z (7272 L, LOEC X Y & T,
LOEC &[S EOEE R LND Z &),
BEEMREILS. WL a) (B 48 1 EHRIT-RoRIERERE (NOEC) OFHY) 12
o THENE L, AEAKYE %, FKEE L, Bartlett 1512 X 250 HREEITV, %5
HERTRD o Tel=, Steel DL EIMKRIREIZL AMEEIT -T2, A EEMREIX
T 7 BVHEE (version4.02, fEREFR—ER) AL, 2O OFBEEMREMEIZ
Nz BRAE R 2R % &8 L, LOEC X (XNOEC % i L 7=,
9.8  BEAKD LCso
FRBR IR L ELPH C 50%LL DT NG R o 7ol 8, LCso 1L >iRBR R MR ) & 3%
R LT,
9.9 HEROHEME
a) B TR IRX OBEER DI T HFEN 20%LL FTHDHZ &,
b) ZFEHIRI RIS T D BUEED 60%LL EA3 K 8 HIHIC 3 IO DMEfrET5Z &,
o) XHXIZIIT DA 3 NEDBRFEPEFE AL T ISEERLL ETHD Z &,
d) FEXITEBWTIRIRINO APEDHER SN2 &,
9.10 HUEDEHL
BAEDO I I, TIS Z 8401: 2019 JHAI B (2t~ 7=,

10. FBRRE R J ONB 22
10.1  #RERAW O — ke
BRI 2 BEA O BT S A Table 112, sRBRIEICHE - CTHEEH L7 BFEE
{¥¥% Table 2 (27",
80.0 mg/L XIZH W T 2 ERDOBER DI T N A DTz, BEEROETIZONWTa s F
VT =T =V OMEERE (U TNVAT o) BERM LI E A, BEREMENR
bivicToh | SETBUBERDRE R % & 6O TRIEEF A LR LT, 2TE TR O IRIX OB
ERDIETRIT 0% TH -T2, ARIMEEREE - L T\,
ZDIED, ERBRIEEXIZOW T, IRIRINOAEE TR I N2 o T,
102 RERiROBIZ L HIE
a) BRI DR RE
T BRI 2B X CRAEIH CTh o7, #Ukal (BT 3 BE) (2R BRX T
L EFERARETH Y, ke Ebn st b Bl T,
b) BRI DOKE
PRERIE DR & Table 3, IR{FEARIRE % Table 4, pH % Table 5, 24y % Table 6
\ZRT
TR P HE U7 KIR T 24.8~25.3C, IEAFIRR IR 7.9~9.0mg/L, pH X 7.5
~8.2, ZFBALAIFICHIE L= 713 0.01% Th - 7=,
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c) PRI O BRI E IR
HITE U 7= 3B P ORI B IR VX, B ERPH AR L OUK % T 5.01~81.1 mg/L (3%

TEPREEIZHR LT 99.2~103%) Th - 7=, HKATM OVREHK TR UL 5.05~81.6 mg/L (5%
TEPREEITR LT 101~102%) TH Y . REWRED 80~120%LLNITHERF S 1Tz,
R ORH

IR DA RBRIXIT I 1T HBER 1 B YS 720 O RREEF ORI O Z
7 % Table 2 & O Figure 1, 282 IR o O PEHIRILOFE SR 4 Additional data 2 (27777,
Y BEEFEA AL, RTFRIX. 5.00, 10.0, 20.0, 40.0 &) 80.0 mg/L X TZIZ4L 15.6,
13.4, 115, 9.6, 1.1 X 02 A TH o7, xHRIXD 60%LL EOEED 3 JEREIF L Tl
0. BREEFESEY L CTISEEU ETH 72720, AMERERER - LTz,
LOEC K U'NOEC DH H

LOEC X UFNOEC # Table 7. A EZEME R R % Table 8 12777,

B IX. O BFEPEA U DWW TR B ERE 21T o 7o R, 10.0~80.0 mg/L XIZIWTxf
FRIX & bl U TSGR AR B2 (p<0.05) 23RO b7,

U EDORERLY, AEEREBELORBESEOFEEEE L. LOEC IZ 10.0 mg/L,
NOEC /% 5.00 mg/L & L7=,
BEIRD LCso

5% 6 H% E TOBUEMARD LCso % Table 9 IZ/R T,

7% 6 Bk E TOBUEIKRD LCs 13>80.0 mg/L TH 7=,
E 5

REBIIHEBRRE O =X a €I UV 2THT 2 BIHOEEE L RO LB L LT To 72,
ZOfER, LOEC (% 10.0 mg/L, NOEC | 5.00 mg/L, BUEAD LCso 1% >80.0 mg/L TH -
7o ZREEMIFIICINE U7 sBRiE b OB IR 1T, BROEIRE D 80~120%LL NI HERT
STz,

AREBREREI ML R #AN TH 0 . MBROANE BT LT D Z &b, ARBRIT
RBRIEICHE LD Thoz LT s 5,

11, RBRAE DM 2 MIFT LT & b 2 BREE K]

URERIT 2o T,

- 11 -
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Table 1 Cumulative number of dead parent
Nominal Exposure day
concentration
(mg/L) 0 1 2 3 4 5 6
0 0 0 0 0 0 0
Control
) (©) ©) (©) (0) ©) (0)
0 0 0 0 0 0 0
5.00
) (©) (©) (©) (0) ©) (0)
0 0 0 0 0 0 0
10.0
(©0) (©) ©) (©) (0) ©) (0)
0 0 0 0 0 0 0
20.0
0) (0) 0) (0) (0) 0) 0)
0 0 0 0 0 0 0
40.0
0) (©) 0 (©) (0) ©) (0)
0 0 0 0 0 0 2
80.0
©) (©) ©) ©) (0) © @9

The values in parentheses express cumulative mortality (%) of parental Ceriodaphnia dubia.

Table 2 Cumulative number of juveniles produced per adult parent

Nominal

concentration Vessel Mean + S.D.

(mg/L) A B C D E F G H I J

Control 14 14 17 10 18 15 17 15 19 17 15.6+2.6
5.00 15 12 10 13 11 14 11 15 16 17 13.4+2.4
10.0 10 18 13 12 7 11 12 12 11 11.5+29
20.0 10 7 14 11 8 10 8 15 9.6+3.0
40.0 1 1 2 3 1 2 0 1 0 1.1+£1.0
80.0 0 2 0 0 0* 0 0 0 0 0* 0.2+0.6

a : Parental Ceriodaphnia dubia died. This value was included in the evaluation.
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Table 3 Temperature of test solution

Nominal Exposure day
concentration
Control New 24.8 25.2 25.2
Old 25.2 25.2 24.9
5.00 New 24.8 25.3 25.2
: Old 25.2 25.2 249
10.0 New 24.9 25.3 25.2
: Old 25.2 25.2 249
20.0 New 24.9 25.3 25.2
| Old 25.2 25.2 24.9
40.0 New 24.9 25.3 25.2
: Old 25.2 25.2 24.9
80.0 New 24.9 25.3 25.2
: Old 25.2 25.2 249
New: Freshly prepared test solution
Old: Test solution before renewal
Unit: °C
Table 4 Dissolved oxygen concentration of test solution
Nominal Exposure day
concentration
Control New 8.6 8.5 8.7
Old 8.3 8.3 8.3
New 8.6 8.6 8.5
>-00 Old 83 8.1 83
New 8.6 8.6 8.5
10.0 Old 8.2 8.1 8.1
New 8.6 8.6 8.6
20.0 Old 8.2 8.0 8.0
New 8.5 8.6 8.8
40.0 Old 8.2 8.0 8.0
New 8.4 8.8 9.0
80.0 Old 82 7.9 8.0

New: Freshly prepared test solution

Old: Test solution before renewal

Unit: mg/L

- 13
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Table 5 pH of test solution

Nominal Exposure day
concentration
(mg/L) 0 3 3 > > 6
Control New .76 78 78
Old 8.2 8.1 8.1
New 7.6 7.8 7.9
5.00 Old 8.2 8.0 8.0
10.0 New 7.6 7.8 7.9
] Old 8.2 8.0 8.0
New 7.6 7.8 7.8
20.0 Old 8.2 8.0 8.0
New 7.5 7.8 7.7
New 7.5 7.6 7.7

New: Freshly prepared test solution

Old: Test solution before renewal

Table 6 Salinity of test solution

Nomina}
concentration At the start

(mg/L)

Control 0.01
5.00 0.01
10.0 0.01
20.0 0.01
40.0 0.01
80.0 0.01

Unit: %

- 14 -
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Table 7 LOEC and NOEC

LOEC (mg/L)

NOEC (mg/L)

10.0

5.00

Table 8 Result of statistical analysis

Nominal . .
. Statistical o
concentration vsi Statistical procedure
(mg/L) analysis
5.00 n.s.
10.0 *
0.0 ” Bartlett’s test
40'0 ” Steel’s test
80.0 ok

n.s. : No significant difference

* : Significant difference (p<0.05)
** : Significant difference (p<0.01)

Table 9 LCso to parent Ceriodaphnia dubia

Exposure duration (Il;lg/s](i)
6-day >80.0

- 15 -
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(3]
o

Mean=+=S.D.
¥ p<0.05
** - p<0.01

(=Y
2]

—_
(@)

[e—
=N
—
*

KX

(=Y
(3]

sk

k%

L_
Control  5.00 10.0 20.0 40.0 80.0

Nominal concentration (mg/L)

Average total number of juveniles produced
per adult parent
=

S N A O

Figure I Average cumulative number of juveniles produced per adult parent.
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. ARBRIR ORI 1A

R LZRBRGEEZ., TOEEHFLITIHBRAKTHEHEAR L CadkEksrn~ 777 4
— (HPLC) #plZHsl L 7=,

. BERME O E R

a) ERITIE
AREBSTEOFINEE MRS 572912, 0.0100, 0.100, 0.500, 1.00 }2O* 2.00 mg/L

D 5 P PE DOFEAEVIR 2 AV TR R (B ZIEIC K DR Y=aX+b, Y IR &
X : WEEREIRE) AR LTz, ZORER, 7~ N7 A EOY— 7 gL REIC X
D VERR L7 B AR O BIRER 12 0.995 LLETH D . U1 b OEHMEITSEEDOR K
ED 5%LUHNTH o722 EMnb, MEMRITFE AL @R T HEMRE 22U, HRYMED
TE R 1R OREMEEIR & O ik iR AL C1T o 7 (Appendix figure 2-1 )
£72. HPLC Bt O GHric L - Tl bz e~ 7 F A (—fl) % Appendix 2 |27~
R

RER T T OWERYE O E & TR (LOQ : limit of quantification) (%, & &MEIHERR
AT HPH C OEEEFRIR D BARIRE (0.0100 mg/L) & L7z,

b) TS

B EEER s v~ N7 T 7 (FsEaE 5 LC-139)
AN LC-20AD (ErE R ERT)
SN bR AR SPD-20A (EyE R
T LA —7> CTO-20A (S E R
F—hA V=74~ SIL-20A (EE R ERT)

VAT Ay he—7— CBM-20A (ErERAERT)

T = DGU-20Asx (S E ST
VY7 U7 LabSolutions CS (S EERERT)
Y IRTAN L-column ODS

(150 mm x 4.6 mm I.D., K 1-£8 5 um, (L2908 AR JCA%4)
T BREE 40°C
TR A (48%) : AKX J—/Y AEE (1000/1 v/iv)
B (52%) : #@fiA/0 ARE (1000/1 v/iv)

R 1.0 mL/min

T 8 = 254 nm

EAR 100 uL

- 18 -



c) FEUEVRIR O IR O BRI E R D FH
BEEEEE 50.0mg 2 70T KOV TIEMEIZIEZND &0 A X —VIZIEME LT 50

910299

mL [ZFEA L. 1000 mg/L OPEE R 2 iR L7z (GRUBRE 52910300 THEfi), Zi

B A X ) — )V TCHIR LT 10.0 mg/L OB E AT %
i), B2 EERHAKCTHAIRL T 1.00 mg/L OEEAERK Z TR L 7=,
HPLC B OB E R 1L, R MA O HPLC Bt/ v~ F 7 Z A ET

Sonl-v—7 mfEZ ki L, el E L TRk,

3. HIERE R

AR T D BRI E I O RERE R A LU IR T,

Appendix table 1-1

Measured concentration of test item in test solution

TR 72 GRBRZE 51910300 T

Measured concentration (mg/L)

Nominal (Percentage of measured concentration versus nominal concentration %)
concentration 3 days 5 days Time-
At the At the ]
(mg/L) start Old New Old New end weighted
mean
Control <LOQ <LOQ <LOQ <LOQ <LOQ <LOQ
5.00 5.01 5.06 5.09 5.05 5.10 5.09 5.06
(100) (101) (102) (101) (102) (102) (101)
10.0 9.92 10.1 10.2 10.1 10.2 10.1 10.1
(99.2) (101) (102) (101) (102) (101) (101)
20.0 19.9 20.2 20.6 20.4 20.5 20.3 20.2
(99.4) (101) (103) (102) (103) (102) (101)
0.0 40.9 40.4 40.7 40.2 40.7 40.4 40.5
(102) (101) (102) (101) (102) (101) (101)
20.0 81.0 81.6 81.1 80.9 80.9 80.8 81.1
(101) (102) (101) (101) (101) (101) (101)

Old: Before the renewal

New: After the renewal

LOQ: 0.0100 mg/L

The time-weighted mean is calculated by the following expression:
[3(Co-C3)/(InCo-InC3g)+2(C3s-Csg)/(InC3s-InCsg)+(Css-Ce)/(InCss-InCe) /6

where

Cn: The measured concentration at n days
InCn: The natural logarithm of Cn

E: Before the renewal

S: After the renewal
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Appendix 2
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Peak area (UAU - sec)

680000

340000 -

Appendix figure 2-1

Concentration (mg/L)

y = 331544x
r=1.00
Concentration Peak area
(mg/L) (LAU - sec)
0.0100 3306
0.100 32677
0.500 166168
1.00 332169
2.00 662701

910299

Calibration curve of test item for analysis by HPLC.
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Sample ID : 910299
Sample Name : Standard solution 1.00 mg/L
Vial# 16
Injection Volume : 100
Month-Day Acquired :2023/01/27
Data File :910299_230127_S03.lcd
Original Method File :910298_910300_B52.Icm
Acquired by : Yumi Nonaka
910299_230127_S03.lcd
uAU
2000007 BHEA 2540
150000
100000
50000 1/ 2.950 / 300993
Y T
LB LI SR L | UL S LI S WL L
0.0 05 1.0 1.5 20 25 3.0 35 40 45 5:0
min

910299 _230127_S03.lcd

A 254
Peak No Pe:lr(ncode [ Time (min) Height (1 AU) Area (tAU-sec) | Area (%) |
1 1 2.95 54184 300993 100.0
& 54184 300993 100.0
Sample ID : 910299
Sample Name : Control
Vial# 07
Injection Volume : 100
Month-Day Acquired :2023/01/27
Data File : 910299_230127_HOdZ.led
Original Method File : 910298_910300_B52.Icm
Acquired by : Yumi Nonaka
910299_230127_HOdZ.led
uAU
20000¢ BHEA 254nn]
150000
100000
1 <LO
50000 Q
(LN I SN L T UNLEI LI SN | LRSI N ’
0.0 05 1.0 15 20 25 3.0 3.5 4.0 4.5 5:0
min

| Height (1 AU) [ Area (4 AU-sec) | Area(®
I [ I

Appendix figure 2-2-1

HPLC chromatograms at start of exposure.

-2 -
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910299

Sample ID 1910299
Sample Name : 5.00 mg/L exposure level
Vial# :
Injection Volume : 100
Month-Day Acquired :2023/01/27
Data File :910299_230127_HOdE.lcd
Original Method File : 910298_910300_B52.lcm
Acquired by : Yumi Nonaka
910299_230127_HOdE.|lcd
uAU
200000 RHTEA 254n
150000
100000
50000- 1/ 2.959 / 301645
0 ¥ >
LA AL ] T+ [ rrrr[rrrrJrrrryfrrrr[rrrrJrrrrprororT
0.0 05 1.0 1.5 20 25 3.0 35 40 45 5:0
min
910299_230127_HOdE.lcd
A 254nm
Peak No[Peak code| Time (min) Height (1 AU) Area (AU-sec) | Area (%) |
1 1 2.96 56093 301645 00.0
[ && 56093 301645 00.0
Sample ID 1910299
Sample Name : 10.0 mg/L exposure level
Vial# :
Injection Volume : 100
Month-Day Acquired :2023/01/27
Data File :910299_230127_HOdD.lcd
Original Method File 1 910298_910300_B52.lcm
Acquired by : Yumi Nonaka
910299_230127_HOdD.lcd
uAU
200000 RHEEA 254nm
150000~
100000+
50000: 1/2.960 /298711
Y T
UL LRGN PL AR SR AN UL SIS WL SRS S
0.0 0.5 1.0 1.5 20 25 3.0 35 40 45 5:0
min
910299_230127_HOdD.lcd
A 254nm
Peak No|Peak code|  Time (min) Height (£ AU) Area (it AU"sec) Area (%) |
1 1 2.96 55551 298711 00.0
3 i3 55551 298711 00.0

Appendix figure 2-2-2 HPLC chromatograms at start of exposure.
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Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired

: 910299

: 20.0 mg/L exposure level
110

: 100

:2023/01/27

Data File : 910299_230127_H0dC.led
Original Method File : 910298_910300_B52.Icm
Acquired by : Yumi Nonaka
910299_230127_H0dC.lcd
uAU
200000 BEEA 2540
150000
100000+
50000 1/ 2.958 / 299074
0 T .
0.0' o ‘0!5' IEO o '115 2|0 2|5 ‘ '330 '3E5 4|0 45 5.0
min

910299_230127_HOdC.lcd
A 254nm

Height (¢ AU) Area (( AU"sec) Area (%) |
55609 2!

Peak No|Peak code Time (min)
1 1 2.96

99074 00.0
&t 55609 299074 00.0
Sample ID : 910299
Sample Name : 40.0 mg/L exposure level
Vial# M
Injection Volume : 100
Month-Day Acquired :2023/01/27
Data File :910299_230127_HOdB.lcd
Original Method File :910298_910300_B52.Icm
Acquired by : Yumi Nonaka
910299_230127_HOdB.led
uAU
2000007 BRITEA 254nm]
150000
100000+
50000+
1 1/ 2959 / 246092
0 T
T T LU SRR NI | UNLER A S N
0.0 0.5 1.0 1.5 20 25 30 35 4.0 45 5:0
min
910299_230127_HOdB.lcd
A 254nm
Peak No[Peak code|  Time (min) Height (1 AU) Area ({1 AU"sec) Area (%) |
1 1 2.96 45787 246092 00.0
L&t 45787 246092 00.0

Appendix figure 2-2-3 HPLC chromatograms at start of exposure.
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Sample ID : 910299
Sample Name : 80.0 mg/L exposure level
Vial# 212
Injection Volume : 100
Month-Day Acquired : 2023/01/27
Data File :910299_230127_HOdA.lcd
Original Method File : 910298_910300_B52.Icm
Acquired by : Yumi Nonaka
910299_230127_HOdA.lcd
uAU
2000007 A 254nm
150000+
100000
50000-]
1/ 2958 / 243739
0 . L
T LRGP LA JRLANLEL A LI SRR ML AL SR L I R
0.0 0.5 1.0 1.5 20 25 3.0 3.5 4.0 45 5.0

min

910299_230127_HOdA.lcd

A 254nm
Peak No|Peak code| Time (min) Height (1 AU) Area (11 AU-sec; Area (%) |
1 1 2.96 45342 243739 00.0
[ A&t 45342 243739 00.0

Appendix figure 2-2-4 HPLC chromatogram at start of exposure.
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Sample ID : 910299
Sample Name : Standard solution 1.00 mg/L
Vial# 16
Injection Volume : 100
Month-Day Acquired :2023/01/30
Data File 1 910299_230130_S02.lcd
Original Method File 1 910298_910300_B52.Icm
Acquired by : Yumi Nonaka
910299_230130_S02.lcd
uAU
200000 BHZEA 254nm
150000-
100000
50000 1/ 2.949 / 300852
o . y ~
T T T T LA SR | U T T
0.0 0.5 1.0 1.5 20 25 3.0 3.5 4.0 45 5:0
min

910299 230130_S02.led
IRHHERA 254nm

Peak No | Peak code|  Time (min) Height (1 AU) Area (1t AU-sec) Area (%) |
1 2.95 54074 300852 100.0

&it 54074 300852 100.0

Sample ID : 910299

Sample Name : Control

Vial# 07

Injection Volume : 100

Month-Day Acquired : 2023/01/30

Data File : 910299_230130_H3dZ_ old.lcd
Original Method File : 910298_910300_B52.Icm
Acquired by : Yumi Nonaka
910299_230130_H3dZ old.lcd
uAU
200000 TRHEEA 254nm]
150000
100000
<LOQ
50000
ML S A S N T T URGEE SN AL SR S
0.0 0.5 1.0 15 20 25 3.0 35 4.0 45 5:0
min
910299 230130_H3dZ old.lcd
E §A 254nm B

Time (min) [r' “Height (¢ AU) TF Area (1t AU*sec) I Area (%):]

Appendix figure 2-3-1
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HPLC chromatograms at 3 days after exposure (before renewal).
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Sample ID : 910299
Sample Name : 5.00 mg/L exposure level
Vial# :8
Injection Volume 1100
Month-Day Acquired :2023/01/30
Data File : 910299_230130_H3dE old.lcd
Original Method File 1 910298.910300_B52.Icm
Acquired by : Yumi Nonaka
910299_230130_H3dE old.lcd
uAU
200000 T HRHEA 254nm
150000
100000
50000; 1/ 2.959 / 304409
.._4/\777. ——
ML L T T T U T T T v
0.0 05 1.0 15 20 25 30 35 4.0 4.5 5.0
min
910299_230130_H3dE old.lcd
A 254nm o
Peak No|Peak code|  Time (min) Height (4 AU) | Area (i AU-sec) Area (%)
1 1 56658 | 304409 100.0
| &&t 56658 304409 100.0
Sample ID : 910299
Sample Name : 10.0 mg/L exposure level
Vial# 19
Injection Volume : 100
Month-Day Acquired :2023/01/30
Data File 1 910299_230130_H3dD _old.lcd
Original Method File 1 910298_910300_B52.Icm
Acquired by : Yumi Nonaka
910299_230130_H3dD_old.lcd
uAU
200000 RHEBA 254nm
150000~
100000
50000 1/ 2.959 / 304582
(15 S — '3
T T T T MPUSMEL I S T ™ ’
0.0 05 1.0 1.5 20 25 3.0 35 40 45 5.0
min
910299_230130_H3dD_old.lcd
FRA 254nm B
Peak No|Peak code|  Time (min) Height (1 AU) Area (it AU"sec) Area (%) |
1 1 2.96 56711 304582 100.0
[ &&t 56711 304582 100.0

Appendix figure 2-3-2 HPLC chromatograms at 3 days after exposure (before renewal).
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Sample ID : 910299
Sample Name : 20.0 mg/L exposure level
Vial# 110
Injection Volume 1100
Month-Day Acquired : 2023/01/30
Data File 1 910299_230130_H3dC _old.lcd
Original Method File 1 910298_910300_B52.Icm
Acquired by : Yumi Nonaka
910299_230130_H3dC_old.lcd
uAU
200000 HEEA 254nm
150000
100000
50000-] 1/ 2.958 / 303258
0 + )
T T T T 1T LU S T T USSR | T ’
0.0 0.5 10 15 20 25 3.0 35 4.0 45 5:0
min
910299_230130_H3dC_old.lcd
A 254nm
Peak No|Peak code|  Time (min) Height (1 AU) Area (£ AU*sec) | Area (%) |
1 1 2.96 56468 303258 00.0
[ &&f 56468 303258 00.0
Sample ID 1910299
Sample Name : 40.0 mg/L exposure level
Vial# 11
Injection Volume : 100
Month-Day Acquired :2023/01/30
Data File :910299_230130_H3dB_old.Icd
Original Method File :910298_910300_B52.Icm
Acquired by : Yumi Nonaka
. 910299_230130_H3dB_old.Icd
uAU
200000 “HRHIEA 254mm
150000
100000
500001
1/ 2.958 / 242930
Y T
L LN | L T T T T T T T
0.0 0.5 1.0 1.5 20 25 3.0 35 4.0 45 5.0
min

910299 _230130_H3dB _old.Icd

254nm
Peak No| Peak code | Time (min) Height (¢ AU) Area (11 AU~ sec! Area (%) |
1 1 2.96 45222 242930 00.0
L &ft _ 45222 242930 00.0

Appendix figure 2-3-3 HPLC chromatograms at 3 days after exposure (before renewal).
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Sample ID

Sample Name

Vial#

Injection Volume
Month—-Day Acquired
Data File

Original Method File

1910299

: 80.0 mg/L exposure level
112

: 100

:2023/01/30
:910299_230130_H3dA old.lcd
1 910298_910300_B52.lcm

Acquired by : Yumi Nonaka
910299_230130_H3dA old.lcd
uAU
2000007 A 254
150000
100000
50000
4 1/ 2,958 / 245570
o* — . L
- — T — r ———————rr
0.0 0.5 1.0 15 20 2.5 3.0 35 4.0 45 5.0
min
910299_230130_H3dA old.lcd
RIH2RA 254nm . .
Peak No|Peak code|  Time (min) Height (¢ AU) Area ({1 AU"sec) Area (%)
1 1 2.96 45689 245570 100.0
&it 45689 245570 100.0
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Appendix figure 2-3-4 HPLC chromatogram at 3 days after exposure (before renewal).
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Additional data 1

BEESTHEES
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1. %ﬁ%ﬁ%ﬁ“(ﬂ% |7 f:{i{\:gﬁgﬁﬂq’
N-TEBFN-5-T 2 7% UF Al (vy N5 CLW023)

2. W OFBRK A~ DU IR
BRI O FRER K~ DR 13 H AT 100 mg/L LAE &Il S nurz,

3. AW TR
3.1 TR 1
B R

# % 77

910299

BOEMREE L LT 10, 3.2, 1.0, 032, 0.10 mg/L (Z3HA10) J ONHHRIX
FikkR 3 HELD S HEZICHERIK O 252 25 H)
# #& W H 6 HIH

RER A 6 8, FBRIX (1 98 RBRAEL)
BRI 10mg/L (GR7E) 12725 X 9 Ioiladpl L 3B K 2R 6 L. £ 30 2o¥
U, PR S TR U 7= akBR R 2 55 A /K Codl B A R L C Rl
ia £ 1 B 1EERYS7-9 YCT (50 pL) & Chlorella vulgaris (F7 14 jx 35 A 55 &
0.02~0.05 mgCMEAZ H%) # 43 H Gl
oo Mr 10, 1.0 % TY0.10 mg/L K235 1) 5 7R BRIE 1 O Wi BR i i BT % 1) &
<GRERAEM~DEEE 1>
#H I o0 B & ¥ el /3] ]
(mg/L) - E(% ) S8 e (5
o FRX 0 16.8 3.2
0.10 0 13.0 3.4
0.32 0 12.3 42
1.0 0 11.0 5.7
3.2 0 12.3 43
10 0 12.0 2.8
<FRERUE O YR E R >
B HIERE (mg/L)
R e
(X% TE TR FE %)
(mg/L) —
FRE PR AGIE ZRefE 3 Bk (HKaD)
0.104 0.101
0.10 (104) (101)
L0 1.06 1.02
: (106) (102)
10 10.3 9.97
(103) (99.7)

BRI ORARIT, BRBPIIAIF I ERRX THAKZH TH > 70, Hokal (3 BK) 342
ARERIX TR L D ka2 2 L TR Y B IX TE iR L b 2 TEB b Bl ST,
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3.2 TEaR 2

910299

R BRI FRETRFE L LT 100, 10, 1.0mg/L (£ 10) M OSGFHRIX
w5 F kK 3 HE LS5 HEICHERIK O 28 %2 A #)
Z WM 6 HH
RER A 6 58, FBRIX (198 RBRAEL)
BRI R 100 mg/L (GRE) 12725 & o I akalkl L ARBR K 2 EA L. 30 4
TP L, AR S CI R U 7= AR Uk 4 7k FH /K Gl B A IR L Caliad
ia £ 1 B 1EERYS7-9 YCT (50 uL) & Chlorella vulgaris (F7 14 jx 35 A 55 &
0.02~0.05 mgCMEAZ H%Z) # 43 Bl
5y Bt 100 mg/L DOFERFHE H OBk & I 2 1 E
<HABRAEM) ~DRE 2>
e | BLN Y AD PR PE( T A8 1 B
(mg/L) (%) DA% H2E Y {7
xFRE X 0 17.8 42
1.0 0 20.5 2.2
10 0 15.8 43
100 0 0 0
<FRBRIFUR TR O W R R >
o HEEE (mg/L)
R e
(R X TE TR E %)
(mg/L) — —
TR FHHl 6 A%
99.4 101
100 (99.4) (101)

FEEAHTRE R B, 100 mg/L OFERFEIK OB EIREIZ 6 HMZETH D Ll =i

776

4. ARFBRSAE
AR X
e i% 7=
T FE S HT

FRETRAE L LT 80.0, 40.0, 20.0, 10.0, 5.00 mg/L (/Akk2.0)
Je OV HR X

bR (B E/E, FERIR O 4R E )

FRIEBRAAIE . HUKATHR &K O 2 S TR 320
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Additional data 2

Z& 5 W] P D PEFIRTL
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Result of reproduction test

Additional Table 1

Control

17

12
19

15

10
17

15

Vessel

18

10

10
17

14

14

Day

Total

Additional Table 2 Result of reproduction test

5.00 mg/L

11

17

10
16

15

11

14

Vessel

11

13

10

12

15

Day

Total
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Additional Table 3 Result of reproduction test

10.0 mg/L

11

12

12

11

Vessel

12

13

12
18

10

Day

Total

Additional Table 4 Result of reproduction test

20.0 mg/L

15

10

Vessel

11

12
14

10

Day

Total
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Additional Table 5 Result of reproduction test

40.0 mg/L

910299

Vessel

Day

TNl WD~ |O

Total

— oo~ |lolo|lo|o| P>

— o ||~ ||l ||l |W

NIV |o|Cc|o|Oo|O

wlolol—~ Moo |T

—|lo|lol—|ojlo|oc|o|M
N = |o|lo|—|lo|loc|o |

oclojlojlojlojlojo|o|@

e = k= N k= E= E=R E=NRan!

SO |C || ||| |-

=Nl leolelE=RE=N Rk Rk

Additional Table 6 Result of reproduction test

80.0 mg/L

Vessel

Day

Nl WD~ |O

o|lo|lo|o|oc|o|M

6

Slojlo|lojlo|lo|o|»

o |lo|lo|IN|O|lC|O|T

o|lo|o|o|o|o|Oo |0

ocl|lo|lo|lo|lo|lo|lo|T

M

Zlolco|lo|o|o|o|—

Total

0

2

0

0

oS|I ||| |Oo |

Oa

oclojlo|lojlojlojo|o|@

clololocloclocolo|o |

SO |C || ||| |-

(=]

)

M: Mortality of parental Ceriodaphnia dubia

a : Parental Ceriodaphnia dubia died. This value was included in the evaluation.
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