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FITFE # T100-8975 R ACESFRHIXEE2EE 1-2-2
3. Btk
& — RS FE MU B AT e AR K ZERT
FITFE H# T839-0801 fEMFEAE AT E /M=TH2%&K7 =
4. ABrRAEBY

TR =DV OB T DB R/ NEERE (LOEC). K
MR (NOEC) ., AIREZR BITHER O P EEIEIRE (LCs) Z3RD D,

5. ARk
a) AEMINE MO T-HEKGRBRTE (ETEE) (ERk 25 42 3 A8k (BREEK) BHEO AL 47
A B RER) THE3E 3. =kxaBIdrazfvng IV a BhEliRL)
722U, HKZ R & 5B O~ & FH GURIORTLEESE) |12 L72gho T,
b) OECD Guidelines for Testing of Chemicals, No. 211, October 2, 2012, "Daphnia magna

Reproduction Test"

712U R B 5 GRBRIREE ORUE, BRI ORI, SRR OHIESS)

DHAEL T,
6. #AERHFE
OB OB 4A H 2022 %1 H 17 H
F B BA 4 H 2022 %1 H 21 H
F MK TH 2022 4+ 1 H 28 H
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7. %K
BB E
Fx7Y ) —
R H 1Y
FXTY =N DOI Y AHDEIRIIH T DA R/ NEERE (LOEC) ., #&
KEFERE (NOEC) ., FIREZR O ITBUEAR D FHEBEILIRE (LCs) ZKR® D,
R
a) WA MO T-HEAGRBRTE (ETEE) (ERk 25 4 3 8k (BREEK) BHEO AL 47
A B RER) THE3E3. =kxaBIdrazlvng IV a BhEAiL)
722 U KR Z 5 &3 2 5B O~ & F 0 GBI ORTESE) (3@ Len o7z,
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,
RS

PR AW =t xz¥ Iz (Ceriodaphnia dubia)
8 HEnDRERAFENF LTz 3 M H LABE D414 24 ] LLN O It
SAILEN

R VN IRTNTF—F— [P N —KARK (g ]

FRBR X FRETRFE L L 1.60, 0.800, 0.400, 0.200, 0.100 mg/L (ZAkL 2.0)
D 5 YLK K Ot R X

BRI O Y 10.0 mg/L GRE®) 12725 X 5 i fikalalpl L B K 2 1RA L.
48 el fEHR U, M S8 G U 7o 3B 2 VG

#:iE )i bR (FRFE 3 LAV S HRICRBRIR O 2R % A H)

ZiE ] 7 HIH

3K 10 38/35R X

RER AL 10 AR (1 B4/ B 7S )

kR #J 150 mL/AUER X (K9 15 mL/ARBR A #s)

KR 24.9~25.1C

pH FH%& e

e B SENT. 16 KT/ RERIIE

fa fF 1 B 1fE{A£247-v YCT (50uL) & Chlorellavulgaris (G4 1%#E#a

FE 0.02~0.05 mgCMEKR % HZ2) % 15 H#AEE
WEBR IR OWE  HPLC 35 (ZRERBRAARE, HA/KET# M OB T )
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AR R
AR K ~DEEfREE (20+£1°C) 84.9 mg/L (Ffiiakiik T oM EM)
LCso CHMEMAR D EEIEIR ) >1.60 mg/L
LOEC 1.60 mg/L
NOEC 0.800 mg/L

GRER AR~ DOEARIE 2 R < LRCIREE T, BOE I < fH)
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=tk x=a¥ I =2 (Ceriodaphnia dubia)

SABRIE a)lcHER I TV AT

[ SZAFZEBR T VE N EINLBREERF IR AT (2 D% Y3lBiiiak < H FAE)
T NANTF =i, RS LR CKE.L KR (25£1°C) K
OBARE A (16 RfEIRA/8 IRefiIE) TU w Ak L7z, A9 15mL @
B K ZMW I LIZRZR T VR T SR E 2170, BRGNS 7
A OEFEZFEE LT, MREEFETIZI Y3 1 RS-0
YCT (Yeast+ Cerophyll - Trout Chow) % 50 uL }2 Tf Chlorella vulgaris
T AR F R L LT 0.02~0.05mgC (2725 Xk 5 1 HiC 1 [H
FREE L7,

RERCHER LI v IV F v —I I N O &M 2 LT
720 OBRAT 7 B OFEIFET RN 20% % B 27220, QikBRIC
2 3 8B AR D PEFEAS 1 BUER S 720 8 EIRLLETH S
Z b, @BRRT 7 B D 3 M55 D RFEEFEOEEEN 15 EK
ETHDHZ L, ORIRIIDBE I NIRRT &,

BRI L7 ohiRiZ, 8 Bl e ER 2 (- L7 (3 EE LA
FeD) Atk 24 RERILAN OO LAT, AIREZRPR Y A% 12 IRefH]
LINOEE (REDIZS->X 2 BHRTHR) & L,

7] CHUE AR D B FE F 7= R —IEF O A & 4 C OB 12 fl &
L., Zha 1 & L, 20RO R LE (10 ) 2 ¥EH L7z,

FEMEMVE T 1 2 iR & i

B OT —# %LU FIRT,

HAEWE b FY U A

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

FEhEHAM - 2021 44 H 16 H~4 H 23 H

NOEC : 400 mg/L

oIS BT ANy I VT KT =2
(NOEC=400. 800, 400, 800, 800, 400, 800, 800, 590 } (X 890

mg/L. n=10) LIZEFRFETH Y . HBRROBHERLEH) L) -

TeboLfrang,

TEBKEKORBAKE LTHROI R T VT +— % —%EE
L7=t @ (Volvic**/Evian*® 9/1 v/v, #EEHK) 80 mg CaCOs/L) %
MAWTCER LT —#

2 RFEIE : ¥ U EARL Y

B OERGETT - R
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R BR D M
Bk FH K
HIRDOI XTIV T —H— [Ho U —KBK (FlEF) ] 2T, IBFREREN

T hU T L 0.8 mg
VNIRRT 0.1~2.4 mg
~ TRV L 0.02~1.1 mg
RV 0.04~0.7 mg
s B K DL E
RS A 50 mL A0 7 AR
= FERR T T AF v 7 BOE
TE IR A 7T AT v 7 WK
EAG HEEE  RX-401HPN-Z (A U %)
FRBRIK DR RLE

B 0.0100g 2Ok D B L, #BRAAK 1000mL EIRAHR., ~ 7R T A v I AX—F
— T 48 BRI LIS S8 T 10.0 mg/L ORBRIFEZRE L7, FAUARIC THERD
FRBR IR & xR IX L AR O BRI 2 U723 B K 2R G L CRBuR 2R L, &5lBh
Ba BN LT, S U 72 SRR X TR IS B i L CKIR & SRR IR B T LS A L7,

BRI

g 7 Pk kR (B3 BB LS HEICHREBRIR O 2R % 45

TR ] 7 B GRFRRIXT 80% D EARDS 3 ELL BRESF L. 22> 3 D 2
FEPEAFEN ) LT 15 IR E & 22 o 72 H)

AR I B R L LT 1.60. 0.800, 0.400. 0.200. 0.100 mg/L (/A 2.0)
TFARTERAG S O BRI L O &R TE LT,
T B A Additional data 1 (27779,

&R X FRER TR & [RIBE O TR 2 L 72 BRI E 2 & & 70 VO ikBR K

o 10 8/ X

RER AWK 10 fEMA/ARBRIX (1 BB 4R

AR B #J 150 mL/ARBR X (£ 15 mL/ARBRA #R)

KR 25+1°C

pH Fi%& L

R FENITIZ K D 16 FEHA/8 B IS

fa  fH 1 H 1{ER%7-9 YCT (50uL) & Chlorellavulgaris (A% 355 &

0.02~0.05 mgC/AEA % BZ) % & HAGEH L7z,
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9.5 #ImLHE

a) AERAEY D —iIRE
RPN O TR E TR, BEROEEZBIE LT,
BB EER LT AR A WIE R 0O 2B TR E TR AR L GECHE
BOIFHE L pinote) o Fio, BIERHKIRINO AR 2Bl LT,

b) BUERIEDINEE
IR I 1R FUBRIE O HK B 2 F LRy K UMK TS 4%

) ABRIE DKE M OBREE AT

HIEEHA AR RE . pH, KR, Mo
W E S REBAGGIT, HOKATER M OB FE R T

WO IT BB LARE AR O A JE

WIE 71k FHRIZRZR X 0 BIR B L =R IC W CllE (G SLEE)
FRBARR LD WL, IBE L2 bDIZ DWW THIE (k. #Ek
THEE)

T E F e WRIFEEFEE HQ30d (HACH)
pH i HM-=21P GR#ET «—47—4—)
W T A BRI 5T
BEARUREHRET CM-31P R ¢ — o — 7 —)

d) FRBRIE R O BRI

T B B FFEPHIAIE, HUKFIS K O T IRE

Bk Ik PR AR L 0 BRI E (FHRLRE)
KRR LV B L, IBEG L b DIZ W THIE ok, #Ek

TI)
EHERE A LATEE (3000 rpm, 10 3fE]) (KA, ZRFEHE T Ip 0D 52 0)
BB #7110 mL  (FKER[X)
W E J7 1k Appendix 1

9.6 FEROHEH
7k, BB HITHE U 7o BRIk H oo 1 B B IR FE 3 B TE TR FE D 80~ 120% D i N
TholoT2O FEROEHICIIREREZ AW - R » oG oNT-T -4 %21 & 1T,
PREFEA R A RS 4 & SR U, BREFE UL, WIED O R 3 185 DEF A &
T LR LT,
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9.7 LOEC ) NOEC DO H
BREMAHIZONWT, KX L B U CREFAIIICHE BERIK T 23O bz i bRV
BRIEE % LOEC, D —> FOREBRIEE % NOEC & L7- (7272 L, LOEC LV @i T,
LOEC & RIS LD R A OND Z L),
BEEREILS. WL a) (B 45 1 EHRIT-RoR B ERE (NOEC) DR HY) (12
PEoTHEE L, AEAYE 5%, FUKEE Lz, #ADIT Levene 1EIC X 550 HE E1T
W ESBMENRRED LI o ToT, Steel DL ELHRTEIZLVREEIToT2, AR
ZEMREIT = 7 BILHEEF 2012 for Windows ver.1.16 L7z, ZiLH DA BEZEMERRIZ
Nz aRBRAE R 2R % &8 L, LOEC X (N NOEC % 3 L 7=,
9.8  BlEMKD LCso
FRBR IR L ELPH C 50%LL DTN LR o 7ol 8, LCso 1L >ikBR R MR ) & 3%
~ LT,
9.9 REROH M
a) ZRBERE TR X OBEKROIETE N 20%LL FTHDH Z &,
b) ZBEHIR KR XIZI T 2 BEIRD 60%LL L3 ik 8 HIEIT 3 B0 oifra3 252 &,
o) XHXIZIIT DA 3 NEOBRFEPEFE R LT ISEERLL ETHD Z &,
d) FEXITEB W TIRIRINO AEPEDHER SN2 &,
10. B O BHE
BAEDO I IT1E, TIS Z 8401: 2019 JHAI B I2HE~ 7=,
11, BRSOV 42
1.1 RERAEY O —BeKEE
BB TR 2 BEA O BT S A Table 112, sRBRIEICHE - CTHEEH L7 BFEE
{¥¥% Table 2 (27",
0.800 mg/L XIZH W T 1 RO BEIL DT 3 A Hiviz, BURIKDETIZHOWT=2 s F
VT =T —=VOMEARE (VU INAT v T) BELIZE 2 A, BRERTENR
e o lziz, SETHBEIRORE FITEFH 2 DRI Uiz, BB TREO T RIX O B#E (&
DRI 0% ThoTolod, AR EET- L T\,
ZDIED, ERERIEEXIZOW T, IRIRINDOAEE TR I 2o T,
112 RBRoO#Z L HE

a) BRI DR RE
RBRIERII 2R CEAEH TH - -, HKATTEHERIX THNIC L Y o
EELTEL, fifkE Bbhn sty bl sni,

b) BRI DOKE
PRERIE DR & Table 3, IRfFEARIRE % Table 4, pH % Table 5. 24y % Table 6
WZRT,
TR P HE L7 KIRIE 24.9~25.1°C, IE(FIER 1L 8.0~8.3 mg/L, pH X 8.0
~8.2, ZBBALAIFICHIE L= 713 0.01% Th - 7=,
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c) PRI ORI E IR
HIE U 7o 3Rk b O W R B R B 1T, 2R B AR IR )X UMUK 1% C 0.0929~1.52 mg/L (5%

TEPREEIZXT LT 89.4~99.4%) | HA/KAi M VBT THFT 0.0920~1.62mg/L GXERE

2% LT 89.7~101%) TH V. FEIRED 80~120%LLPITHERF S 1 TU e,
R ORH

IR DA RBRIXIT 1T HBER 1 B YS720 O RREEF ORI O Z
7 % Table 2 X U Figure 1, 2% IR o O pEHIR L OFE SR % Additional data 2 (27777,
R RAEE R, JRX, 0.100, 0.200, 0.400, 0.800 K TN 1.60 mg/L X CZILZi
18.4, 183, 18.1, 183, 14.1 KN fEIK T -7z, RIHRIX D 60%LL LML 3 JEREF L
THEY ., BREEFENEE L TIS AU ETH 72720, AR LTz,
LOEC K U NOEC DH H

LOEC & U*NOEC % Table 7. A EZEME R K % Table 8 12777,

B FRER X D BFEEF U DWW TH BZMRTE 21T o 7o R 5. 1.60 mg/L KIZH W TxfRX &
g U TR AR A EZE (p<0.01) 2338 BT,

U EDORERLY, AEEMREMBELORBESEOFEELEZE L. LOEC IZ 1.60 mg/L,
NOEC /% 0.800 mg/L & L 7=,
BUE KD LCso

#HEBRAME 7 B £ TOBUEKRD LCso & Table 9 127777,

#HEBRAME 7 B £ TOBUERD LCso 13>1.60 mg/L Th -7,
E 5

RIS O =X a €IV KT 2 BIHOEEE L RO LB E LT To 72,
ZDOfER, LOEC (% 1.60 mg/L., NOEC | 0.800 mg/L, HUEKD LCsoE>1.60 mg/L T&H -
7o PRBRIE OWBRYE IR IR EIRE D 80~ 120%APNICHERF S, £7o. RBRERBES
PRI 28N TH Y RBOAIELHIZ L TWD I LMD, RRBRITRBRIEICHET
DO Tholz LN,

12, BB DR MEIC B 2 MF L7 L b 2 BRETE K

URERIT 2o T,

- 12 -
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Table 1 Cumulative number of dead parent
Nominal Exposure day
concentration
(mg/L) 0 1 2 3 4 5 6 7
0 0 0 0 0 0 0 0
Control
©) (0) (0) 0) (0) ©) (0) (0)
0 0 0 0 0 0 0 0
0.100
0) 0) (0) ) (0) 0) (0) (0)
0 0 0 0 0 0 0 0
0.200
(0) 0) (0) ©  © 0) (0) (0)
0 0 0 0 0 0 0 0
0.400
0) 0) 0) ©  © 0) 0) 0)
0 0 0 0 0 0 0 1
0.800
) ©) (0) ©  © 0 © {0
160 0 0 0 0 0 0 0 0
' (©) (©) (0) (©) (0) (©) (0) (0)
The values in parentheses express cumulative mortality (%) of parental Ceriodaphnia
dubia.
Table 2 Cumulative number of juveniles produced per adult parent
Nominal Vessel
concentration Mean + S.D.
(mg/L) A B C D E F G H I J
Control 17 21 26 13 14 15 19 22 18 19  184£40
0.100 16200 25 28 10 18 14 21 10 21 183£5.9
0.200 925 29 9 18 15 15 23 3 25 181+£80
0.400 518 25 23 10 19 17 25 11 200 18.3£5.3
0.800 114 15 17 6 16 19 15 14 12° 14.1+3.8
1.60 0 0 0 0 0 0 0 0 0 0 0+0

a : Parental Ceriodaphnia dubia died. This value was excluded in evaluation.
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Table 3 Temperature of test solutions

Nominal Exposure day
concentration
Conrol New 25.0 25.0 25.0
Old 25.0 25.0 25.0
0.100 New 25.0 25.0 25.0
: Old 25.0 249 24.9
New 25.0 25.0 24.9
0.200 old 25.0 24.9 24.9
New 25.0 25.0 24.9
0.400 Old 75.0 249 249
New 25.0 25.0 25.0
0.800 Old 350 249 249
1.60 New 25.0 25.0 25.1
: 0Old 25.0 25.0 25.0
New: Freshly prepared test solutions
Old: Test solutions before renewal
Unit: °C
Table 4 Dissolved oxygen concentration of test solutions
Nominal Exposure day
concentration
Control New 8.3 8.1 8.3
0Old 8.3 8.0 8.1
New 8.2 8.1 8.2
0.100 Old W 3.0 8.0
New 8.2 8.1 8.2
0.200 old 8.2 8.1 8.0
New 8.2 8.1 8.2
0.400 Old 8.1 8.1 8.0
New 8.2 8.1 8.2
0.800 Old 8.1 81 8.0
1.60 New 8.2 8.1 8.2
: Old 8.0 8.1 8.0

New: Freshly prepared test solutions

Old: Test solutions before renewal

Unit: mg/L

- 14 -
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Table 5 pH of test solutions

Nominal

! Exposure day
concentration

Conmol _New 82 g1 %)

Old 8 81 g1
New 82 g1 %)

0.100 old 8 81 8.0
New 82 g1 %)

0200 old 8.1 8.1 8.1
New 82 g1 %)

0.400 old 8.1 8.1 8.1
New 82 g1 %)

0.800 Old 81 81 8.1
New 82 8.0 %)

1.60 old 81 81 8.1

New: Freshly prepared test solutions

Old: Test solutions before renewal

Table 6 Salinity of test solutions

Nomina!
concentration At the start

(mg/L)

Control 0.01
0.100 0.01
0.200 0.01
0.400 0.01
0.800 0.01

1.60 0.01

Unit: %

- 15 -
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Table 7 LOEC and NOEC

LOEC (mg/L)

NOEC (mg/L)

1.60

0.800

Table 8 Result of statistical analysis

Nominal Statisti
. tatistical o
concentration ' Statistical procedure
(mg/L) analysis
0.100 n.s.
0.200 n.s.
Levene’s test
0.400 n.s.
Steel’s test
0.800 n.s.
1.60 ok

n.s. : No significant difference

** : Significant difference (p<0.01)

Table 9 LCso to parent Ceriodaphnia dubia

Exposure duration (Il;lg/s](i)
7-day >1.60

- 16 -
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30

Mean+S.D.

% . 50,01
25

15 ]-
10
5
ek
0
Control 0.100 0200 0.400 0.800 1.60

Nominal concentration (mg/L)

Average total number of juveniles produced
per adult parent

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

BEE L7 RBRiE A o e e U, 208 L <ITRBRAK CHEEAIR L CElikk s
o~ 2757 ¢— (HPLC) #Bl&2 3R L7,

. BERWME O E R

a) EEAFIE
REBFIEOENEZ MR T D 72012, o) DIEAEYRIR & FERICHREL L= 0.0100,
0.0500, 0.100 K TX 0.200 mg/L @ 4 & DOFEHERR 2 AV TR (B IR L D
EFE  Y=aX+b, Y 0B R, X HBRWEIRE) ZER LT, TO/RR. Z7r~v b
77 5 EOE— 7 HfEE RIS XD ER L REROMBIREr 120995 LI ETH D |
B b OMERHEIIEEBEOR KD S%UNTH 722 Lnd | B3R 2 miE
TOEMBE AR L, HRWEOERIT 1 IRE OIRERIK 2 W i i @& iris TT -
7= (Appendix figure 2-1 &) , £7-. HPLC REI O HHrick» Tl oz a~ h 7
Z AL (—#l) % Appendix 2 (27”7,
BRI OHERYE O E & FERME (LOQ : limit of quantification) |3, E&EMEDFERR
S IV EPH C OEEERIR O BRI L (0.0100 mg/L) & L7z,
b) TS

B BRI v~ 7T 7 (BEe% 5 LC-153)
Ko7 LC-20AD (EERERT)
SALRTL A M AR SPD-20A (ErE R ERT)
T LA =T CTO-20A (ErERAERT)
F—=h V=7 4= SIL-20Anr  (SHEHLERT)
VAT hay ha—7— CBM-20A (ErEAERT)
T Y= DGU-20As  (&HE4ERT)
VI Ry =T LabSolutions CS (&SR ERT)
Y IRTAN L-column ODS
(150 mm x 4.6 mm LD., B 7#& 5 um, L& AT TCi%E)
1T BREE 40°C
TR A(2%) :TEF=FUL
B (98%) : A/ EEE (1000/1 v/v)
R 1.0 mL/min
T 1 5= 250 nm
EAE 30 uL

- 19 -



c) FEAESIE O R ORI B IR DR H
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BEEARUEE 10.0 mg ZEF T KOVA TIEEIZIZND &V [ 0.5%7 o E =7 KIZEM L

T 10 mL IZEZR L, 1000 mg/L OYERME ik 2 I L7z (GUBRFE 599865 THfii)

I ERBAKTHIRL T 20.0mg/L DWW ERRKRZHE L=, S5 ZnzR BRA
K THR LT 0.100 mg/L DIEEAERRIK 2 FHHL L7,

NHE—7 A L, BAEE L TR,

3. HIERE R

FRBRIE T DR E I ORERE R 2 LU IR T,

Appendix table 1-1

Measured concentration of test item in test solution

HPLC B OB E I B 13 BRI M O"HPLC ikt 7 b~ 7T A ETHS

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
0.100 0.0981 0.0920 0.0929 0.0951 0.0994 0.0923 0.0949
(98.1) (92.0) (92.9) (95.1) (99.4) (92.3) (94.9)
0.200 0.188 0.191 0.187 0.187 0.192 0.184 0.188
(93.8) (95.6) (93.5) (93.4) (95.9) (91.9) (94.1)
0.400 0.380 0.383 0.362 0.359 0.381 0.370 0.374
(95.0) (95.9) (90.6) (89.7) (95.3) (92.4) (93.5)
0.742 0.726 0.715 0.719 0.760 0.725 0.731
0800 (92.7) (90.7) (89.4) (89.8) (94.9) (90.6) (91.4)
160 1.47 1.62 1.44 1.47 1.52 1.51 1.51
(91.7) (101) (90.0) (91.7) (94.9) (94.4) (94.3)

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-C3Ee)/(InCo-InC3g)+2(C3s-Cse)/(InC3s-InCsg)+2(Css-C7)/(InCss-InC7)/7

where

Cn: the measured concentration at n days

InChn: the natural logarithm of Ca

E: Before the renewal

S: After the renewal
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Peak area (WA U - sec)

14000

7000

0 0.125

Concentration (mg/L)

y=62338x
r=1.00
Concentration Peak area
(mg/L) (LAU - sec)
0.0100 639
0.0500 3168
0.100 6182
0.200 12480

Appendix figure 2-1 Calibration curve of test item for analysis by HPLC.
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Sample ID : 99866
Sample Name : Standard solution 0.100 mg/L
Vial# 120
Injection Volume 130
Month-Day Acquired : 2022/01/21
Data File : 99866_220121_S02Jed
Qriginal Method File : 99865-99867default_method.lcm
Acquired by : Chikako Yanagihara
90866 220121 S02lcd
uAl
b BHBA
]
2000~
1000 X
I
il
I.”I I
A I
0 — 1 r_.J’ \- L S
f
|
1000 — —
2 3 5
was‘s’zzom _S021cd
FPE'\NO Paak code | Tm_ﬁ!)__ | Height (AU} T Area (s AU Area (%)
— 178 [ 1000
R 1088 100,
Sample ID - 99866
Sample Name - 0,100 mg/L exposure level
Vial# 122
Injection Vaolume =30
Month-Day Acquired $2022/01/21
Data File : 89866_220121_HOdE led
Original Method File - 99865-0986 7default method lom
Acquired by : Chikako Yanagihara
99866_220121 HODE led
uAll
3000 A 2500
2000
1000 X
1 i
1 . I
| /| A
| i A A\
o—‘-————-—-———----— - - - |
)
1 |
1 |
o 1 |
0 2 3 5 8
L]
;a?;n 20121 HOJE lod
Paak NoFFuk code | Haight {1 AU Arsa (g AU-sec) | Arma (%) |
Lﬁ'ﬂ 375 1058] 6663 1000
] I I 1058 10007

Appendix figure 2-2-1

HPLC chromatograms at start of exposure.

99866

Sample ID : 99866
Sample Name : Control
Vial# 121
Injection Volume - 30
Month-Day Acquired : 2022/01/21
Data File : 99866_220121 HOdZ lcd
Original Method File : 99865-9986 7default methodlem
Acquired by : Chikako Yanagihara
" 99866220121 HDdZled
M | o BHEA 2500
2000 |
]
|
IOWi
~ <LOQ
f v
A
r— 1 —— - —
1 |I
| | |
1
4000 AL .
0 1 2 3 4 L
min
sminnm _HOdZ bod
|P'§"“"°rp“""°" Tm(m] [ Height {u AU} } Am(#_éu;m)_'lr;m ]
Sample 1D : 99866
Sample Name : ll zoo mg/L exposure level
Vialit : &
Injection Volume :30
Menth-Day Acquired 1 2022/01/21
Data File : 99866_220121 HOdD led
Original Method File : 99865-99867default_methodlem
.ﬁ:ﬂulud by : Chikake Yanagihara
U 99866220121 HOD led
0007 A 2500
1000 lr”
|
I
/ I
-~ R J L L\ B
[} | |'( '
||
‘ |
-1000]—— i . —
2 3 5 &
man
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Sample ID : 99866 Sample ID : 99866
Sample Name : 0.400 mg/L exposure level Sample Name : 0.800 mg/L exposure level
Vl_al# . c24 Vial# 125
Iﬁuu:‘thelé\follﬁume red H %22/0”2‘ Injection Volume :30
onth-Day Acquire : Month-Day Acquired :2022/01/21
Data File : 99866_220121_HOdC Jed Data File - 99866_220121_HOdB lcd
Oﬂ'girlwl Method File :W?&E-B‘Jss?dyfsul‘t_mmd.lcm Original Method File H 99885—99@6?6‘9fau|t_methodiom
Acquired by : Chikako Yanagihara Acquired by : Chikako Yanagihara
au 99868 220121 HOAC led $9866_220121 HOdB led
uAl
anoo! Lk A 2500 30001 A “HHEA 2500m
j | ] |
| i
woo: 1000 I
|"|I‘ | I
N
/ || I| \ | . II."'|I I| I'.
o - -~ AW - —_— ol I (__.,-' | S 1 NP |
| II | | ! |II |
1000 | il { l l I
T T e S R
min
min
5995220121 HOAC d 99868 ﬂl-.zn:mw
[us ol Pask coce[_Tiwe TPt (A0 ] BraTicAlses) 1 Ara (8} Poak No| Pask code] Time (i) | Haight (AU} | Area (jiAUssec) | Area (§) |
& ] I 821 5163 1000] g‘“ —3A 1elal :%: }%ﬂ-
Sample ID - 99866
Sample Name : 160 mg/L exposure level
Vial# c 26
Injection Volume :30
Month-Day Acquired c2022/01/21
Data File : 99866_220121 HOdAled
Original Methed File : 99865-99867default method.lom
Acquired by : Chikako Yanagihara
99866.220121 HOdA Jed
wAl
00— o BHEA Zﬂhmi
2000 |
{
I I |
1oon; I
] i |
4 |
) A I
| /1 I
1 /1 |\
o - - —_ ] M - -
| [
|
|
| 1]
=1000-——— . . e —
[ 1 2 3 4 5 L
min
59868 220121 HOdAled
M HA 2500m . S
ruk No|Peak code|  Time (min] 1 Height (i AU T Area (i AU sec) |
[ T 175] 1871 9067 1000
it I 1 15711 ane? 1000]

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

- 24 -



Sample ID

Sample Name

Vial#

Injection Volume
Menth-Day Acquired
Data File

Original Method File

- 99866
: Standard solution 0.100 mg/L
1

<30

1 2022/01/24

: 99866 220124 S02.cd

: 99865-99867default methodlem

Acquired by : Chikako Yanagihara
9866 220124 S02led
uAl
0007 ﬂﬂd!»\ﬂlm‘
1000+ !'il
] I
1 fl I
1 I| | 'nl |
. — e~ e A —— J
'. | [
1 | |
10004 L | : {
0 H 3 4 5 L
min
GHBEE, Uzlzl_soﬂed
A
Peak No Paak code Tm_o_(_uﬂ:[ Height (W AU) | Area (AUsec) | Area(S] |
1 a7s] 1088 | 6853 1000
&t | ) | 1096 1000/
Sample 1D : 99866
Sample Name :0.100 mg/L exposure level
Vial# 13
Injection Volume 130
Menth-Day Acquired : 2022/01/24
Data Fila : 99B66_220124 HAdE oldled
Original Method File : 99865-90867default_method.lem
Acquired by : Chikako Yanagihara
GO866_ 220124 HIAE oldled
uAl
30007 B A 250nm
: !
1000 h
| !
A !I I|
I |
Y —— | . WY _— i
4 II
| |
T — 11 - : ——
H 3 4 ] 6
min

Appendix figure 2-3-1
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Sample ID : 99866
Sample Name : Contral
Vial# 12
Injection Volume 130
Month-Day Acquired 1 2022/01/24
Data File : 99866_220124 H3dZ oldled
Original Method File : 99865-99867default method.lem
Acquirad by : Chikako Yanagihara
G0866_220124 HIdZ oldled
uAl
30007 I HEEA 250«.1
IWO:
! <L(3Q _
1 II
] [
~1000-1— L —— : -
o 1 H a 4 -] &
min
99866 220124 H34Z oldled
A 25 - . : R
LW;‘F.Q;P-_& sods] Time {min) Height (it AU} Aren ([ All-sec] | Area (%)
Sample ID : 99866
Sample Name - 0.200 mg/L exposure level
Vial# c14
Injection Volume =30
Month-Day Acquired : 2022/01/24
Data File - 99866_220124 H3dD cldlcd
Original Method File : 99865-99867default_method lcm
Acquired by : Chikake Yanagihara
B9866_220124 H3HD _old led
uAl
3000 T A 2500
2000+
1000-{ Nl
1 Il
| 1 I
{1 I
- o I B VU
o | [ 1
] )
| 1
| [ |
=1000+—— — — T T —|
o 1 2 3 4 5 &
Area (AUsec) [ Area (%)
8552 1000
6552 100.0
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HPLC chromatograms at 3 days after exposure (before renewal).



Sample ID - 99866
Sample Name - 0,400 mg/L exposure level
Vial# 215
Injection Velume 130
Month-Day Acquired - 2022/01/24
Data File : 99866_220124 HIAC oldled
Original Method File : 9986599867 default_method.lem
Acquired by : Chikake Yanagihara
98866_220124 HIJC old led
uAl
3000 T GahiBA 250nm
2000
1000-
v
A |
f III |I III-
o— —— - s | P T ¥ S —
|
|
~1000 A i SN——
1 2 3 4 5 L
min
99866 220124 H34C oldlcd
A 2500m S . ! .
|Peak No| Pesk code | Time (men) | Height (AU} | Area (g AU-sec) | Area (%) |
[ - B+ |} 5256 100.0]
. 1 832 5256/ 10001
Sample 1D : 99866
Sample Name : 1.60 mg/L exposure level
Vial# 217
Injection Volume 130
Month-Day Acquired - 2022/01/24
Data File - 99866_220124 HIdA_oldled
Original Method File : 99865-99867default methodlom
Acquired by : Chikake Yanagihara
98866_220124 H3dA oldled
uAU
0007 o o HRH EA 250nm
2000+
} h |
1 I
1000
| ."1 I | |
g ——— PN 'Y ————
1000 T
0 1 2 3

GH866 220124 HIdA oldled
A

%Nogl’uk code | Time (mn)

Fal

T Height (uAU) [ Area (i AU sec) ® ]
375] 1838 116 1000
| 1838 | 11116 1000

99866

Sample ID : 99866
Sample Name : 0,800 mg/L exposure level
Vial# (16
Injection Valume :30
Month-Day Acquired 1 2022/01/24
Data File : 99866_220124 H3dB _oldled
Original Method File : 99865-99867default_methodlom
Acquired by : Chikako Yanagihara
09866 220124 HIdB _oldled
uAl
3000 BEHEA 2500m
2000
1 I !
1000 | |
{ I
1 |
1
] [\
PR S B W . R -
| |
1000ty e r T —
o 1 2 3 4 5 6
min
Wswszmm_uw_umw
A 2500m : - R
|Poak No| Peak code|  Time (min) | Height (AU} | Area (i All*sec) (8]
1 | a7s| 1588 | 9944 1000

i

I 1596 9944 1000

Appendix figure 2-3-2 HPLC chromatograms at 3 days after exposure (before renewal).
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Additional data 1
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1. BB E DR K~ D F R L

RIEWE
ALy
s
BEPRIE R
(RIS

100 mg/L
PR & B K 2 IR E L TR
25+1°C
48 FEH

| R E%. L EE A 757 4 L% — (PVDF, JL£% 0.45
um, Merck) TW G| A L7z, 728, 74X —EH 50 LHKI 50mL D
AR T 1T o T2,

TR B R A R >

" BEREE (mg/L) oy
48 WFIHE#R % (mg/L)

-1 84.7

-2 86.7 84.9

-3 83.3

FRBR FHIK ~ DR FEEE: 84.9 mg/L

2. AW THRER
B I
S S
5% 05 4 1
B
BRI

Ll i

O i
AT

RREPEAE L LT 3.2, 1.0, 032, 0.10, 0.032mg/L (ZAHA10) K USH X
Foib Ak 3 HE LS BHZICHBRIK O 48 2 22 #h)

7 HfH

6 BHFBRIX (1 8H BN ZS)

10mg/L GXE) 12725 K 9 IEEE L s K 2R A L. SR T 48 K
FHEHR U, 3 S TRl L 723 2 U K TR L CRRBE L 72,
1 B 1E{&247-9 YCT (50uL) & Chlorellavulgaris (/% #E# 5 & 0.02
~0.05 mgC/AR%Z B%) Zm B LT,

IR T DY E IR EE DORNE 2 AT > T2

ay s T T —VHEHEREOR RICE X, BEMBETICET L
TR Uy aDEFBEEHDP GBI L TR LT,
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3. AEBRSAE
AR X

[
W

TE A
&R

75
4

=

<FRERAEW) ~D >
s BIYram Bl A 17 PR 1§
U il [ SRR 1 57
POES | mEorcsn ——
mg/L (%) N5 FEE(R 7=
o FEX 0 20.5 3.7
0.032 0 21.8 2.3
0.10 0 23.0 1.4
0.32 0 22.2 4.1
1.0 16.7 4.0 2.6
3.2 0 0 0
<FABRIE H OBER B IR >
s HIERE (mg/L)
BRI .
(mg/L) Gk BH AR IR FE %)
A DHARRE iR 3 HE (HukaD)
0.0307
0.032 0.0331 (92.7)
0.0943
0.10 0.0970 (97.2)
3.16
3.2 3.03 (104)
FRETEE & LT 1.60, 0.800, 0.400. 0.200, 0.100 mg/L (43 2.0)

K OSSR IX

ik ok (3 [al/AE .,

Bl
AREE

29 -

FRBRIK D42 % AZHR)

BRARIE, HKATR K ONGRFERE T RpIZ S0
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Additional data 2
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Additional Table 1

Result of reproduction test

99866

Control
Day Vessel
A B C D E F G H I J
0 0 0 0 0 0 0 0 0 0 0
1 0 0 0 0 0 0 0 0 0 0
2 0 0 0 0 0 0 0 0 0 0
3 2 0 0 3 1 0 3 0 2 0
4 0 1 1 0 0 1 0 0 0 0
5 7 12 10 4 7 9 7 7 8 8
6 8 0 0 6 6 5 9 0 8 0
7 13° 8 15 13° | 15° 0 8P 15 11° 11
Total | 17 21 26 13 14 15 19 22 18 19
b : This value was excluded from counting because of 4™ breeding.
Additional Table 2 Result of reproduction test
0.100 mg/L
Vessel
Day
A B C D E F G H I J
0 0 0 0 0 0 0 0 0 0 0
1 0 0 0 0 0 0 0 0 0 0
2 0 0 0 0 0 0 0 0 0 0
3 0 0 0 2 1 0 2 0 3 0
4 1 0 3 0 2 0 0 0 0 0
5 8 9 10 0 7 7 7 10 5 10
6 7 0 0 10 3° 11 5 0 2 0
7 15° | 11 12 | 16 | 12¢| 0 | 12°] 11 | 14°> | 11
Total | 16 20 25 28 10 18 14 21 10 21

b : This value was excluded from counting because of 41 breeding.

¢ : This value was excluded from counting because of 5* breeding.

- 31 -



Additional Table 3 Result of reproduction test

99866

0.200 mg/L
Vessel
Day
A B C D E F G H I J
0 0 0 0 0 0 0 0 0 0 0
1 0 0 0 0 0 0 0 0 0 0
2 0 0 0 0 0 0 0 0 0 0
3 3 0 0 1 3 0 2 0 0 0
4 0 0 2 0 0 2 0 2 0 3
5 5 10 10 0 8 7 7 11 1 12
6 11 0 0 3 7 6 6 0 1 0
7 0 15 17 5 14° | 3° 14° 10 1 10
Total | 19 25 29 9 18 15 15 23 3 25
b : This value was excluded from counting because of 4" breeding.
Additional Table 4 Result of reproduction test
0.400 mg/L
Vessel
Day
A B C D E F G H I J
0 0 0 0 0 0 0 0 0 0 0
1 0 0 0 0 0 0 0 0 0 0
2 0 0 0 0 0 0 0 0 0 0
3 2 0 0 3 2 0 1 0 2 0
4 0 0 3 0 0 1 0 1 0 1
5 7 9 10 0 3 9 6 10 7 8
6 6 0 0 5 5 9 10 0 2 0
7 15° 9 12 15 15° 0 15° 14 15 11
Total | 15 18 25 23 10 19 17 25 11 20

b : This value was excluded from counting because of 4" breeding.
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Additional Table 5 Result of reproduction test

0.800 mg/L

Day

Vessel

h | oo |loc|o|o ™

QoI o|lo|o|@

NN O | OO | O | O |-

NN | R |WIN | =|O

wm|lolo|lojlo|lolo|UT

[a—
[a—

10

7

b

nlw | Njlo|l—~|lo|loc|lo|p

f—

S|l |||l |o|loc|T

CiIoln|Oo|Oo|Cc|o|Oo |0

[
\S]

S|lwinv o= |lOo|lc|o|MO

0

14°

o I E=N IN-N NN Nl Kol Rl Rl R

O W W | ol |~

M(6)

Total

11

14

15

17

6

16

19

—
(9]

[
AN

12¢

M: Mortality of parental Ceriodaphnia dubia

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

b : This value was excluded from counting because of 4" breeding.

Additional Table 6 Result of reproduction test

1.60 mg/L

Day

Vessel

NN | R WD =]O

Total

ololo|lolo|locolo|lolo| >

o |lo|lo|o|o|o|o|o|Oo|T

o |lo|lo|o|o|o|oc|o|Oo|O

c|lo|lo|lo|lo|lo|lo|lo|o|T

oo || ||| |o |

OS|o || ||| | |T™

oclojlojlojlojlojlojlo|o|@

clololocloclo|lolo|o |

SO ||| ||| ||

S| |IOC|IOC|IQC|QC ||| |—

- 33 -

99866



