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3. ARBRMER
4 BR —RMENE M E R SR R KT
T H T839-0801 fEIRARE AT E /M=TH2%&7 5
4. HEREW
ERrrzeadF7r Y RO Py afiOBHITHT 282, R/DEERE (LOEC),
e KEESZENREE (NOEC) ., AlREZR BITBUEIR O EBIEIRE (LCso) ZRD 5,
5. BRIk
a) AEWISE 2 MO T HKEBRE (RET42) Rk 25 48 3 HHlK (BREDK) BEONA AT
v A HiRE RS 33 =txa€Ivrazfng I vy aBERRE)
T2 L HEKRE R & T 25512023~ & 5H GUBFORTLERE) (3@ L7z,
b) OECD Guidelines for Testing of Chemicals, No. 211, October 2, 2012, "Daphnia magna
Reproduction Test"
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7. %K
HesRBLEL
tERezeanF7rY R
B H Y
ERurZuaF7 Y RO Py OIS DB A~ R/ ERE (LOEC) .
e RIESC RIS (NOEC) . WIREZR & ITHMEA DR EBIEIRIE (LCso) Z3R®D 5,
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,
PRER S

PR AW =k xa¥ Iz (Ceriodaphnia dubia)
At% 1 EF L B U 72 sREMEAR DS EE T L7 3 1B B LA O 414
24 KR LA DS (A

R K R T 4 —4— (Volvic/Evian 9/1 v/v)

AR X RREMEE & LT 100, 31.6, 10.0, 3.16, 1.00mg/L (ZkA[10) @
5 P FE X L OV R

AR E D FR 100 mg/L (BX7E) 12725 K 5 ITHEEEL & BB AK 2R G 24 IFF
MIFEERE L, I S8 Il U 7= 3R 2 F v C i

g )7 Faib k= 3 EGE, RO EE )

R ] 7 H

O 10 3#/F R X

RER AW 10 fl A/FRER X (1 18 K/FRBRA )

BRI #9150 mL/ARERIX (9 15 mL/ABRZA#5)

KR 25.2~25.7C

pH FH%& e

e B SENKT. 16 KT/ KRERIRE

fa fF 1 B 1E{A247-0 YCT (50uL) & Chlorella vulgaris (K% R 3 H#a

FE 0.02~0.05 mgCMEKR % HZ2) % fi H#AEH
WEBRE IR OWE  HPLC 3% (ZRERBRAARS, HA/KFiHE M OB T )

LCso (CBUBEAR D FEBSEIR L) >100 mg/L
LOEC 3.16 mg/L
NOEC 1.00 mg/L

(EROBEE I, BROEREIZHES < E)
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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,

RERCEAT L IV INVTF v — TN T OFEMZ T2 Lzt
DL LTz, ORERAT 7 B OFEHFETRR 20% 2B 2720, ©
ARERICH W2 3 16 H AR O REFEAY 1 BUER S 720 8 fERLL E
ThdZ L, QEBAAT 7 HED 3 I D BIEPEFE D FEE N
ISEELU ETHD Z &, OIRIRIIABIRE I NN &,
REUC A Lmghiid, A% 1 BERILLERGE L 7 psiE s pe
fFL7= GHERUKED) £ 24 BiLINOMEDO AT, AIAE e
RO A1 12 BrRILIN OEE (R DIE S > & 2 AR THERE) &
L7,

7] CHUE AR D B FE F 7= R — I DK & 4 C OB 12 Bl &
L., Zhzx 1 & L, 20RO LE (10 ) % ¥E(iH L7z,

FEMEMVET 1 2 B R & i

B OT — % %L FIRT,

HAEWE b FY U A

(KRESITH. 7 v FES APM2033, & £ 7 ¢ L A FEHEE)
FhEHAM - 2020 4F 8 H 28 H~9 H 3 H

NOEC : 400 mg/L
ZOEITSHEBRER BT DNy 7 T U R —4 (NOEC=
800, 400, 800, 800, 400, 800, 800, 590, 890, 590, 890 K\
590 mg/L, n=12) LIZIXFFETH Y | RECROBEE 7o A B) L)
STebD EHMr S5,
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9. BRI
9.1 #BRAK
TRD I R TV 7+ —H —%EA L=t O (Volvic*'/Evian*? 9/1 v/v, i £ ) 80 mg CaCO/L)
Z W, EATERR RS AR D 90% R IC /2 B2V EL 9 =T L—a Y EITHo T2,
*fPEFT F UL EARL Y (1S5L~2y hA kL)
SRR #For (AL 100 mL %4720 | f#E 60 mg/L, pH 7.0)

TRV TA 1.16 mg
T T 1.15 mg
TRV TL 0.80 mg
AYY L 0.62 mg

2 Hgseoe BERE (LSL <y RAR R)
ARy FER (100 mL 4720 | T 304 mg/L, pH 7.2)

F UYL 0.7 mg
VINIIAVNN 8.0 mg
IR YT A 2.6 mg
9.2 ARERIRH K&K OUERE
B A A 50 mL &5 T A #il g5 9
3 BT T ATy 7 WD
ERTE 7T AT o Bk

NG HEIEEE RX-401HPN-Z (A U %)
9.3 B O RE
HEEHE 0.0500 g 20k D B L, #BRHK 500 mL EIREHR., ~ TR T 4 v T AKX —T
— T 24 REEIRE IR LA S C 100 mg/L ORBRFIE 2R L7, AR TR EEDOR
BRIFR & P RRIX & RIER ORI A2 L 7o B K 2R A L TR 2 I L, &3 BR
FHIAEIL T2, PR L 23R, IR HE L KR 2 BRI IS FRsE L7,
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ARG
il ;7 bk (B [ElAE, FREBRIE O 4 i A A5
F TR ] 7 B CRHEIX T 60%LL BB 3 JELL EFESF LT A £ T)
AR BEMEE L LT 100, 31.6. 10.0, 3.16. 1.00 mg/L (ZAFA[10)
FRBRE 1 PR R S RBRIRE 2 I E LT,
T B S 4 Additional data 1 127”73,
xfHRX BRI & AR OFHR AR % U - B E 2 5 £ 70 O valBR K
K 10 18/505k X
ARER AL 10 fEA/ARERIX (1 8RB 4R)
FRERR #7150 mL/ARER X (K9 15 mL/ARBRZAS #%)
KR 25+1°C
pH FH%& e
B FENATIZ X D 16 BEfEIHH/8 FEfKE
fa EH 1 B 1EARYS7-0 YCT (50uL) & Chlorella vulgaris (F5H% 1R EH R &
0.02~0.05 mgC/MEA%Z H%) Z# B LT,
Blez L HE

a) AR D —iRE
BRI O TR E CTHA, BEROEEZBE LT,
BB EER LT EF A WIRE R 0O 2B TR E TR AGHE L GECHE
BAIFHE L 2pinote) o Fio, BIERIKIRINO AR E2 B LT,
b) BUERIEDIREE
ZTEHI I 1A, BRI O KR8 2 R R S UMK AT B 5%
) ABRIE D KE M OBREE AT

HIEEHA WAFIRARE . pH, KR, B
R E S REBAGAET, HOKFTER M OB FE R T

WX R B IARE GRRRE) o HRE
WIE 71k FHRIZRZR X 0 DR E L 2RI D CllE  FESLEE)
FRBARR LV B L, IBE L2 b DT W THIE (k. ZEEk
THEE)
Efik#it HQ30d (HACH)
pH i HM-21P CGR#T 4 —5—4—)
W T A BRI E T
BERUNEHRE CM-31P GRIELT ¢ — o — 7 —)

0

B E RS
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d) FRBRIE R OBERY) I
T 7 A FFEPHIAIE, HUKFIS K O T IRE
BRIk AR SR X0 B (FARLERE)
FHRBRASR IV IR L, BE L2 bOIZ DWW THIE (Bkn, Rk

TEE)
bR oy HE (3000 rpm, 10 3[H)  (BUKAET, BEERE T HF O 7 F2 i)
BRAK & 10 mL  (4KBRIX)
e J5 1k Appendix 1

9.6 AHEROEH
FilZ W E U 72 SRR O BRI B IR 2 3 5 E IR FE 0D 80~ 120% D#IFHIN Tdo -
Teledd, FEROFIIITRERE X Wz, ERBROOHRONTET—F 26 LI, B
PEF A S BR a2 IR Ue, BEEFAEIT, RXIZ3 1T 2 BUEE D 60%LL E23 3
MEPESF U7 (BRTBIAA 7 B £ 0) ICBUTAWIEN LI K 3 B DT R E RisZ &
WZEEE LT,
9.7 LOEC X ) NOEC DO H
PEFEIZOWT, HIRX & bl U CRFHEIICH B2RMK T 238D b7 i b IR BRI
J£% LOEC, TD—> FORERIEE L NOEC & L7z (7272L. LOEC XV &l Tit,
LOEC & AU EOEE R A LGNS Z &),
HEEREILS. RBE a) (B 43 1 HEHRIT-RoK B ERE (NOEC) &) 12
W THEM L, HEAYE 5%, FHIMEE Lz, 15DIC Bartlett 112 X 55 0B E 21T
UV ZESEENRTR O BT 72, Dunnett O BEILEMRIEIZ LV RMEEIT- 7=, AEBEMm
EILT 7 /LR 2012 for Windows ver.1.16 Z i L7=, 2456 OF EEMBER RIS
B AE ReR % & L. LOEC M (U NOEC % #¥fi L 7=,
9.8  BlE{RD LCso
AFRER IR L HIPH T 50%Lh EDOFE NG LR o772 LCso 1k >Rk miRE ) &
FoRLT,
9.9 HREROAFRNM
a) P TR RIX OBEIR DTN 20%LL FTHH Z &,
b) BB HICHRXIZE T D BUERD 60%LL 3k 8 HIEI T 3 I DEFE23 52 &,
c) RMXIZIIT DHmAD 3 EDRAFEEFD LT ISEERLL ETHDH Z &,
d) XFRXICEB W TRIRINO A PER R S22 &
9.10 HfE D HH
BAEDO IS 71, JIS Z 8401: 2019 HHI B IZHE~ 7=,

- 10 -
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10. 5BRHE SR J OVB 42
10.1  #RERAW O — ke
BRI 2 BEA O BT S A Table 112, sRBRIEICHE > CTHEEH L7 BREE
{¥¥% Table 2 (27",
100, 31.6 XN 3.16 mg/L XIZEBWTEILZEIL 4 EIR, 2 ER R OV 1 ER OB EKDIET
NHEBNTZ, BIEKRDIELEIZONWT 2T Ty« T —I T —VOMEAKRE (VT NVAT
7)) EELIZE A, BEKRFIEDRTRO LI 72 O T HEIRORE RITEFICE O T,
FRBR THF OB OBMEIRDIETRIT 0% Th o772, AEMEEREL - L Tz,
ZDIED, ERBRIEEXIZOW T, IRIRINOAEE TR I 2o T,
102 AREREROBIEL & HIE
a) BRI DR RE
RBRIERII 2B X CEOEH TH - -, HKATNTERBRX TRk L BEbh b
R EEHEZ R LT,
b) HERIKDOKE
PRERIE DR & Table 3, IR{FEAR L % Table 4, pH % Table 5. 24y % Table 6
\ZRT,
TR I HE U7 KIRIE 25.2~25.7°C, IEAFIERIEE L 7.1~8.4mg/L, pH I 8.1
~8.3, ZBBALAIFICHIE L= 713 0.01% Th -7z,
c) PRI ORI E I
HIE U 7o B rh O YR B IR 1T, ZRE& BR LAY M UMK T 0.991~98.7 mg/L (§%
TEPREEITHRT LT 93.6~104%) . #KATMR VR TIRET 0.959~98.1 mg/L GXEREIC
X LT 92.7~102%) TH V., FBEWRED 80~120%LANIZHERF STz,
103 FEROH
IR DA RBRIXIC I 1T HBER 1 BN 720 O RREEF ORI O Z
7 % Table 2 & O Figure 1, 282 IR o O PEHIRILOFE SR % Additional data 2 (27777,
HBEABRNO/ONTT— 226 LT, BER 1 ER N7 0 O BRERE T H A 453K
BRIXCHH L7z, SHRXICEBWTRBERL 7 BB ORRRT 60%LL EOfEEN 3 JEREF L
7eledh, ARBRIXICIB W TRERL 7 AR £ TOMREET L,
SRR, XFBRIX, 1.00, 3.16, 10.0, 31.6 O 100 mg/L X TEIZE4 17.7,
162, 12,9, 12.8, 7.9 K64 EETH o7z, XX D 60%LL EOEKAD 3 IEREIF L T
0. BREPEFES TS L TISERLL ETH 2720, FOMERERELEG - LT,

11 -
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10.4 LOEC ¥ X (*NOEC OH
LOEC & UFNOEC % Table 7. A E 7= E K4 Table 8 IZ/77,
BB XD BREEF B DWW TH BEZEMREZ 1T o TofE 3. 3.16 mg/L XEL ORI
XIZEBWTHIFRX & ol U CHEH R A EE (p<0.05) 2338 iz,
U EDORERLY , AEEMREMFELORB SO R EZEE L, LOEC IX 3.16 mg/L,
NOEC /% 1.00 mg/L & L7=,
10.5 BlUEIKD LCso
#HEBRAME 7 H % £ TOBUEKRD LCso & Table 9 127”777,
ZREABALE 7 B E TOBMEMARD LCso1T>100 mg/L TH -7,
10.6 & %
RIS O = x a €I UV KT 2 BIHOEE L RO LB E LT To 72,
Z DFE R, LOEC 1Z 3.16 mg/L, NOEC % 1.00 mg/L., HEARD LCso1Z>100mg/L T > 7=,
FRERTE T OB L IR R D 80~120%LAPNICHER S 4L, 7. RBRBRBESIEIT
WOIREHENTH Y . RBROAIELIEIZ L TWE Z &b, ARBRITRBRIEICHEL-
DTHoT LHIWrss,

11, FABREGRR DR MEIC B 2 MF LT L b 2 BRETE K
UBERIT 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)
1.00 0 0 0 0 0 0 0 0
' (0) (©) (0) ©) (©) (©) (©) (0)
316 0 0 0 0 0 0 0 1
' (0) ©) (0) ©) (0) ©) © 10
10.0 0 0 0 0 0 0 0 0
' (0) (0) 0) 0) (0) 0) (0) 0)
316 0 1 1 1 1 2 2 2
' © do a1 do 10 20 (20  (20)
100 0 0 0 0 0 0 2 4
(©) ©) (©) ©) ©) © @0 40

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

Ceriodaphnia dubia.

Table 2 Cumulative number of juveniles produced per adult parent

Nominal

concentration Vesscl Mean + S.D.

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

Control 22 18 24 20 16 16 24 15 17 5 17.7+£5.6
1.00 18 13 17 14 14 18 16 15 15 22 16.2+2.7
3.16 6 13 17 1* 17 15 18 15 9 8 129+54
10.0 8 20 13 12 12 14 17 9 12 11 12.8+3.6
31.6 o* 0* 13 12 8 5 15 10 5 11 7.9+5.3
100 1 14 6° 6 o* 8* 13* 2 6 8 6.4+4.7

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

- 13 -



Table 3 Temperature of test solutions

Nominal Exposure day
concentration
Control New 253 25.7 25.3
old 25.6 254 25.2
1.00 New 253 25.7 25.3
) Oold 25.6 254 25.2
316 New 253 25.7 25.3
) Oold 25.6 254 25.2
10.0 New 25.3 25.7 25.3
) old 25.6 254 25.2
31.6 New 253 25.7 25.3
) old 25.6 254 25.2
100 New 253 25.7 25.3
Oold 25.6 25.4 25.2
New: Freshly prepared test solutions
Old: Test solutions before renewal
Unit: °C
Table 4 Dissolved oxygen concentration of test solutions
Nomlna1 Exposure day
concentration
Control New 8.2 8.1 8.4
Oold 7.5 7.8 8.3
1.00 New 8.2 8.1 8.4
) Oold 7.1 7.7 8.2
316 New 8.2 8.0 8.4
] old 7.4 7.9 8.2
10.0 New 8.2 8.0 8.4
] old 7.3 8.0 8.2
316 New 8.2 8.1 8.4
] old 7.6 8.0 8.2
100 New 8.2 8.0 8.3
Oold 7.7 8.1 8.2

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
(mg/L) 0 3 3 5 5 7
Control New 8.3 8.3 8.3
0Old 8.1 8.2 8.2
1.00 New 8.3 8.3 8.3
) Old 8.1 8.2 8.3
316 New 8.3 8.3 8.3
) Old 8.2 8.2 8.3
10.0 New 8.3 8.3 8.3
: Old 8.2 8.3 8.3
116 New 8.3 8.3 8.3
) Old 8.2 8.3 8.3
100 New 8.2 8.2 8.2
Old 8.2 8.3 8.3

New: Freshly prepared test solutions

Old: Test solutions before renewal

Table 6 Salinity of test solutions

Nominal
concentration At the start

(mg/L)

Control 0.01
1.00 0.01
3.16 0.01
10.0 0.01
31.6 0.01
100 0.01

Unit: %

- 15 -
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Table 7 LOEC and NOEC

LOEC (mg/L)

NOEC (mg/L)

3.16

1.00

Table 8 Result of statistical analysis

Nominal . .
. Statistical o
concentration ‘ Statistical procedure
(mg/L) analysis
1.00 n.s.
3.16 *
Bartlett’s test
10.0 *
Dunnett’s test
31.6 ok
100 ok

n.s. : No significant difference

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

Table 9 LCso to parent Ceriodaphnia dubia

Exposure LCso
duration (mg/L)

95% confidence limits (%)

Statistical procedure used
for determination of LCso

7-day >100

- : Not obtained

- 16 -




Average cumulative number of juveniles
produced per adult parent

Figure 1

25

20

15

10

Average cumulative number of juveniles produced per adult parent.

Mean=®=S.D.
* 1 p<0.05
**: p<0.01

_‘*

Control

1.00 3.16 10.0 31.6 100

Nominal concentration (mg/L)

- 17 -
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. ARBRIR ORI 1A

FRE L7 A o EkEl L L, F £ £45 L <% Volvie/Evian (9/1 v/v) THEEARL
TEREIR 7 v~ N7 7 ¢4— (HPLC) B2 FRR L 7=,

. BERWME O E R

a) ERITIE
ARTE B TVE DA % fERR T 2 72 D12 o) DEEERRIR & RIARICFHERL L 72 0.100,0.500,
1.00, 2.00 KX 4.00 mg/L @ 5 ¥ fEDFEMERR 2 Tt (/b ZRIEIC L D AR
X Y=aX+b, YUK E, X HBWEIRE) kL7, £ORRK, 7u~v 7T 4
FOE— 27 EREE RIS LY Ek L7 EmOMEBERE r 120995 LETHY . GIH
b OHHEIIISEBEDORKIED S%LUNTH 722 Lnh, RMERKITE S Z @B 5
ERRE AT L, WBRWE OE R 1 BE OEERKR Z AV i Bk T - 72
(Appendix figure 2-1 /%) . £7-, HPLC BBt OSHTIC L > TN/ n~ 77
L (—f) % Appendix 2 |Z/R T,
ARERE TP OB E O E & TIRE (LOQ : limit of quantification) %, & =MD ERR
ST i PH T O ER K O FAXRIRE  (0.100 mg/L) & L7z,
b) TS

1 2R EHEER s u~ 87T 7 (kg% B LC-176)
Ko7 LC-20AD (& EERERT)

AT MR SPD-20AV (B iEEEL/ERT)
BT LA —T7r CTO-20AC  (BEHERT)
F—hI vz #— SIL-20ACur (BHEHERT)

TH Y= DGU-20Asr  (E5EHBRUERT)
Y IRTAN L-column C8
(150 mm x 2.1 mm LD., B 7#& 5 um, (L&A TCi%E)
1T BREE 40°C
TR A (60%) : T7ER=bFUNL
B (40%) : EHIK
R 0.2 mL/min
T 1 5= 270 nm
EAR 1 puL

) AEYEVAIK O TR K O SR B e B O i
PEEAEUE 50.0 mg BT KROVATIEREIZIENAD &0, T b= F U MM L T
50mL I[ZEA L, 1000 mg/L OHERME AR & 5 UTe GRERTE 75:99486 TIHH), T4
% Volvic/Evian (9/1 v/v) THAIR L T 20.0 mg/L DIBRMERGZHI L=, &bicZh
% Volvic/Evian (9/1 v/v) THIR L T 2.00 mg/L DOFEHERRIK % Sl L 7=,
HPLC 3B O# BRI B IR L, BRI A O'HPLC ko 7 n~ 7' J A LT
BN E— 7 mEE R L, WHIFHE L TRz,

- 19 -



3. HIEREHR

FBRIE T D BRI E I O RERE R 2 LU R IR T,

Appendix table 1-1

Measured concentration of test item in test solution

99487

Measured concentration (mg/L)

Nominal (Percentage of measured concentration versus nominal concentration %)
concentration 3 days 5 days Time-
At the At the i
(mg/L) start Oold New Oold New end weighted
mean
Control <LOQ <LOQ <LOQ <LOQ <LOQ <LOQ
100 0.995 0.984 1.04 0.959 0.991 1.02 0.997
(99.5) (98.4) (104) (95.9) (99.1) (102) (99.7)
316 3.14 2.96 3.18 3.04 3.04 3.18 3.08
(99.4) (93.7) (101) (96.3) (96.1) (101) (97.6)
10.0 9.77 9.29 9.64 9.48 9.36 9.74 9.54
(97.7) (92.9) (96.4) (94.8) (93.6) (97.4) (95.4)
316 31.2 29.9 30.7 30.1 29.9 31.0 30.5
(98.8) (94.5) (97.2) (95.2) (94.7) (98.0) (96.4)
100 98.7 92.7 97.0 95.2 94.4 98.1 96.0
(98.7) (92.7) (97.0) (95.2) (94.4) (98.1) (96.0)

Old : Before the renewal

New : After the renewal

LOQ : 0.100 mg/L
The time-weighted mean is calculated by the following expression:
[3(Co-C3g)/(InCo-InC3g)+2(C3s-Csg)/(InC3s-InCsg)+2(Css-C7)/(InCss-InC7) /7

where

Cn : the measured concentration at n days

InChn : the natural logarithm of Cn

E : Before the renewal

S : After the renewal
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Peak area (LAU-sec)

40000

20000

Concentration (mg/L)

y =9059x
r=1.00
Concentration Peak area
(mg/L) (LAU-sec)
0.100 991
0.500 4592
1.00 9161
2.00 18355
4.00 36084

Appendix figure 2-1

Calibration curve of test item for analysis by HPLC.
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Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File

: 99487
: Standard solution 2.00 mg/L
1

.

£ 2021/02/19

- 99487.210219_S01lcdlcd

- 99486.99488 — 99486_99488.Jom

Acquired by : Kaho Murakami
99487 210219 _S01led.led
uAU
10000*_' - S FRHERA 270nm
7500+
5000
2500
] N .
1 },’ \
0 N . _‘
|
T T T T 1‘
1 2 3 4 5 6
min

Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File

[ Time (min) | Height (4AU) | Area (uAU-sec) | Area(%) |
I X 1] 1787 18383 1000

| 1787] 18383 100.0

1 99487
: Control
12

1

:2021/02/19

: 99487 210219_HOd_Z.lcd

: 99486 99488 — 99486_99488.lcm

Acquired by : Kaho Murakami
99487 210219_HOd Zlcd
uAU
10000 BRHBA '273@
7500-|
<LOQ
T T v T
2 3 4 5 6
min
99487 210219_HOd Z.led
A 270nm o ; . .
Peak No| Peak code |  Time (min% = Height (1 AU) 5 Area (it AU-sec) o Area (%)0‘0
I L .33 | 2
= 0 o] _ 00
Appendix figure 2-2-1 HPLC chromatograms at start of exposure.
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Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File

1 99487
: 1.00 mg/L exposure level
:3

1

:2021/02/19

: 99487 _210219_HOd_E.lcd

: 99486 99488 - 99486_99488.Icm

Acquired by : Kaho Murakami
99487_210219_HOd E.lcd
uAU
10000 - T mEBA20mm
7500
5000
2500
/
1 /
o—- —V‘F.L\bt — .
. —— —
0 1 2 3 4 5 6
min

99487 210219_HOd_E.lcd
A 270nm

| Peak No  Peak code
| 1

1
- B -

Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired

Time (min) ‘{_  Height (4AU) | Area (i AU-sec) _Area (%) |
) 2.31 8716 9141
1) 9141

: 99487
: 3.16 mg/L exposure level
14

1
:2021/02/19

Data File : 99487_210219_HOd_D.lcd
Original Method File : 99486_99488 - 99486_99488.Icm
Acquired by : Kaho Murakami
99487_210219_HOd_D.led
uAU
100007 i BHEEA 2700m
7500 A
5000 ]
2500
N .
/ \‘"\
0+ —— 14/ N 4 . —
v —— e — .
0 1 2 3 4 5 '6
min

99487 210219 HOd D.lcd
H2FA 270nm

‘f@k No | Peak code |
1

1
| & | 1

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

Time (min) Height (41 AU) | Area (4AU-sec) | Area (%)
~ 231 1348 14438 1000
1348 14438 100.0
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99487

Sample ID 1 99487
Sample Name : 10.0 mg/L exposure level
Vial# :5
Injection Volume 1
Month-Day Acquired : 2021/02/19
Data File : 99487_210219_HOd_C.lcd
Original Method File : 99486_99488 - 99486_99488.Icm
Acquired by : Kaho Murakami
99487210219 HOd_C.led
uAU
10000 - I T RHEEA 27’6&1?1
7500+
5000
2500
N
i /" "a.\
0 B — N -
0 1 2 3 4 5 6
min
99487 210219_HOd_C.lcd
A 270nm S .
[Peak No| Peak code‘ Time (min) | Height (4AU) | Area (fAU*sec) | Area(¥) |
| 1 2.31 1694 ﬂ ~100.0
-7 N 1694 17958 100.0
Sample ID : 99487
Sample Name : 31.6 mg/L exposure level
Vial# 16
Injection Volume 1
Month-Day Acquired 1 2021/02/19
Data File 1 99487_210219_HOd B.lcd
Original Method File : 99486_99488 - 99486_99488.Icm
Acquired by : Kaho Murakami
99487_210219_HOd_B.led
uAU
10000 | - o HRHERA 270nm
7500
5000-
2500
//f\\\
& N — e }J‘—\Ax;,,, , — e ——
T T v T
0 1 2 3 4 5 6
min

99487 210219 HOd B.Icd

R ERA 270nm -
Peak No|Peak code|  Time (min) | Height (« AU) | Area (tAU-sec) | Area (%)

| 1 2.31 1342 i 14354 | 100.0
- : 1342, 14354 100.0!

Appendix figure 2-2-3 HPLC chromatograms at start of exposure.
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Sample ID 1 99487
Sample Name : 100 mg/L exposure level
Vial# 07
Injection Volume 1
Month-Day Acquired :2021/02/19
Data File : 99487 210219_HOd_A.lcd
Original Method File : 99486_99488 - 99486_99488.lcm
Acquired by : Kaho Murakami
99487 210219 HOd A.lcd
uAU
10000 T RHEA 270nm|
7500;
5000-
2500j
] N
1 / ‘\.‘
0%}, B— Aﬂ_/“ "\._&._ F S ]
} —T T T T T - T
0 1 2 3 4 5 6

99487 210219 _HOd A.lcd
BIHEA 2700m )
|Peak No|Peak code | Time (min) # Height (¢ AU)

L 2.31 17

[ Area (i AU-sec) Area (%)
19] 18136, 100.0
17190 18136 100.0

1
&it |

Appendix figure 2-2-4 HPLC chromatogram at start of exposure.
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Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired

199487

: Standard solution 2.00 mg/L
o1

1

:2021/02/22

99487

Data File : 99487210222 _S01.lcd
Original Method File : 99486_99488 — 99486_99488.lcm
Acquired by : Kaho Murakami
99487210222 SO01.lcd
uAU
10000 T RHEEA 270n
75002
5000 |
2500 _
1 ‘
1 [
f—— T T — T ] |
0 1 2 3 5 _5
min
99487 210222_S01.led
32A 270nm .
Peak NQ[Peag code| Time (min) |  Height (¢ AU) | Area (AU-sec) | Area (%)
1 1 2.31 1845 1 19320 100.0
a1 _1845] 19320 100.0
Sample ID 1 99487
Sample Name : Control
Vial# 12
Injection Volume 01
Month-Day Acquired :2021/02/22
Data File : 99487 210222 H3d Z old.lcd
Original Method File : 99486_99488 — 99486_99488.Icm
Acquired by : Kaho Murakami
99487210222 H3d_Z old.Icd
uAU
'mof’A'i o T BHBA270n
]
7500
5000+
<LOQ
2500
ol I B R S
0 1 2 3 4 5 6
min
99487 210222 _H3d_Z old.led
: A 270nm . ~ .
}Peak No|Peak code  Time (min) Height (4 AU) | Area (4 AU-sec) | Area(%) |
1 1 | 2.33 ] 0 0 00|
L& 0] 0 00

Appendix figure 2-3-1 HPLC chromatograms at 3 days after exposure (before renewal).
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Sample ID
Sample Name
Vial#

Injection Volume

: 99487
: 1.00 mg/L exposure level

1

Month-Day Acquired :2021/02/22
Data File 1 99487_210222 H3d_E _old.lcd
Original Method File : 99486_99488 - 99486_99488.Icm
Acquired by : Kaho Murakami
99487_210222 H3d_E _old.led
uAU
10000 &W
7500
5000
2500
~N
o — /-_,-/_;_l - S
T 1 T
0 1 2 é 4 é 6‘
min
99487 210222_H3d_E_old.lcd
R EA 270nm :
Peak No| Peak code |  Time (min) Height (1 AU) Area ([ AU-sec) | Are,aﬁq
1 | 1 2. 874 9503 | 100.0
. L 874, 9503 100.0
Sample ID 199487
Sample Name : 3.16 mg/L exposure level
Vial# :
Injection Volume 1
Month-Day Acquired : 2021/02/22
Data File : 99487210222 _H3d_D _old.lcd
Original Method File : 99486_99488 - 99486_99488.lcm
Acquired by : Kaho Murakami
99487 210222 H3d_D_old.lcd
uAU
10000 T RHEEA 270nm)
1
7500;
5000;
2500';
1/"‘-. "
[\
0 - S~ -
|
I‘""*"ﬁ' T T T — T
0 1 2 3 4 5 '6
min

99487 210222 H3d D _old.lcd
A 270;

nm
[Peak No Peak code |  Time gminz) 5 |

1

100.

1 1
S

Height (4 AU) | Area (AU-sec) | Area (%)
1306 14297 0

1306 14297 100.0

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

: 99487
: 10.0 mg/L exposure level
:5

Injection Volume M
Month-Day Acquired : 2021/02/22
Data File : 99487_210222 H3d_C_old.lcd
Original Method File : 99486_99488 — 99486_99488.Icm
Acquired by : Kaho Murakami
99487_210222_ H3d_C_old.lcd
uAU
10000: T I - T BRHBA 270nrr‘
7500"
5000
2500
r/"\ .
I\
| :‘" \
4+ AN . |
T T T | S T
0 1 2 3 4 5 .6
min

99487 210222 H3d C_old.led
A

270nm

Peak No Peak code|  Time (min)
1o 1 2
__ &t |

1651

Height (W AU) | Area (tAU-sec) | Area(%) |
1651 17948 100.0 |
17948 100.0

Sample ID 1 99487
Sample Name : 31.6 mg/L exposure level
Vial# 16
Injection Volume 1
Month-Day Acquired 1 2021/02/22
Data File : 99487_210222_H3d_B_old.lcd
Original Method File : 99486_99488 - 99486_99488.Icm
Acquired by : Kaho Murakami
99487_210222 H3d_B_old.led
uAU
10000 —— - S RHEA 270n/v]
7500
5000
2500~
.‘ AN .
i /A
0 S S N R _
— T — T T T |
0 1 2 3 4 5 .6
min
99487 210222_H3d B _old.lcd
Onm
Peak No| Peak code | Time (min) | Height (1 AU) Area (it AU-sec) | Area (%)
1 ) 23 1310 14420 100.0
1310 14420 | 100.0
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Appendix figure 2-3-3 HPLC chromatograms at 3 days after exposure (before renewal).



99487

Sample ID : 99487
Sample Name : 100 mg/L exposure level
Vial# 07
Injection Volume 01
Month-Day Acquired : 2021/02/22
Data File : 99487210222 H3d_A old.lcd
Original Method File : 99486 99488 - 99486_99488.lcm
Acquired by : Kaho Murakami
99487210222 H3d_A old.lcd
uAU
10000 ) ] T BHEA 2700m
7500~
5000
25004{

99487 210222 H3d_A old.lcd
BRIHIRA 270nm

Peak No|Peak code | Time (min) | Height (¢ AU) | Area (1t AU-sec)
1 1 | 2.30 1643 | 17917
At | 1643, 17917

Appendix figure 2-3-4 HPLC chromatogram at 3 days after exposure (before renewal).
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1. BB E OFRER K~ D ER R
PRI O FRER K~ DR 13 H AT 100 mg/L LAE &l S nurz,

2. AW T lweABR

99487

AR B R BREMEE L LT 100, 32.0. 10.0. 3.20, 1.00 mg/L (ZAHA10) K OSHHEIX
# #& )7 A Faibk= 3 EGE, BRI O EE )
7 5 W 7 BT
ARERAE L 6 5, FERIX (1 80 B ER)
BV TS 100mg/L (GXE) 12722 X 5 I E & SR K &R G, IR T 24 I
MR L, ¥ S8 I U 7= 3R UK 4 3k K CA R L Caid
fa filf 1 H 1{ER2S7-9 YCT (50 uL) & Chlorella vulgaris (FF% LR FEH T & 0.02
~0.05 mgC/MEk %= B%Z) % 45 HqEH
5 Hr IR T DY E IR EE DORNE 2 AT > T2
RRAEFERH ay G 7T =3I T —VEABREDRERICHES X BREHFPICET L
7B UV aOFEFEIZ OV T, 3.20 mg/L KIFEF 2 SRS L. 100 mg/L
KITEERHZE D TR LT,
<R ~D >
i ﬁ%ﬁ;ﬁ ‘/;; Eﬁ%ﬁéﬁ%ﬁi&/ﬁ 1 \_EE
(mg/L) %) 1 {5
X 0 19.3 7.2
1.00 0 19.5 5.3
3.20 16.7 14.6 2.7
10.0 0 16.8 4.3
32.0 0 8.7 6.3
100 50.0 8.0 52
<FRBRIE P O BRI >
o HERE (mg/L)
A E I R
(mg/L) (oF A% E B FE %)
Z A PR b RE 53 Atk (BUKa)
100 59 550
100 969 (043)
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EN NG
B X BEWEE L LT 100, 31.6. 10.0. 3.16. 1.00 mg/L (ZAFA[10)
S O R IX
78 J7 FbokE (3 [E0E, FREBRHKR O 252 A2 )
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Additional data 2
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Additional Table 1

Result of reproduction test

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 0 0 0 0 0 0 0 0 0 0
4 0 3 0 5 3 2 0 0 0 0
5 4 6 6 7 7 6 5 0 0 1
6 9 9 7 8 6 8 10 11 11 3
7 9 0 11 0 11° 7° 9 4 6 1
Total | 22 18 24 20 16 16 24 15 17 5
b : This value was excluded from counting because of 4" breeding.
Additional Table 2 Result of reproduction test
1.00 mg/L
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 0 0 0 0 0 0 0 0 0 0
4 4 2 2 4 0 4 2 0 0 0
5 0 4 7 8 7 4 4 3 0 6
6 7 7 8 0 7 10 10 10 11 10
7 7 6° 7° 2 0 4° 7° 2 4 6
Total | 18 13 17 14 14 18 16 15 15 22

b : This value was excluded from counting because of 4" breeding.
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Additional Table 3 Result of reproduction test

3.16 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 0 0 0 0 0 0 0
4 0 3 2 0 4 2 3 0 0 0
5 0 0 7 1 6 4 5 0 3 4
6 10 10 8 0 7 9 10 7 5 4
7 6 0 9°b M 3b 9° 20 8 1 0
Total | 16 13 17 12 17 15 18 15 9 8
M: Mortality of parental Ceriodaphnia dubia
a : Parental Ceriodaphnia dubia died. This value was included in evaluation.
b : This value was excluded from counting because of 4" breeding.
Additional Table 4 Result of reproduction test
10.0 mg/L
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 0 0 0 0 0 0 0 0 0 0
4 0 0 0 4 0 2 3 0 0 0
5 2 3 6 3 2 4 5 0 3 3
6 0 7 2 5 10 8 9 4 7 8
7 6 10 5 0 0 8P 3P 5 2 0
Total 8 20 13 12 12 14 17 9 12 11

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

31.6 mg/L
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 M 0 0 0 0 0 0 0 0
2 0 - 0 0 0 0 0 0 0 0
3 0 - 0 0 0 0 0 0 0 0
4 0 - 4 2 0 0 2 3 0 0
5 M - 4 5 3 3 4 1 1 4
6 - - 5 5 5 2 9 6 4 7
7 - - 0 0 0 0 0 0 0 0
Total | 0% 0? 13 12 8 5 15 10 5 11
M: Mortality of parental Ceriodaphnia dubia
a : Parental Ceriodaphnia dubia died. This value was included in evaluation.
Additional Table 6 Result of reproduction test
100 mg/L
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 0 0 0 0 0 0 0 0 0 0
4 0 0 2 1 0 0 2 1 1 0
5 1 4 2 3 0 4 3 0 1 1
6 0 9 |M2)| O M 0 8 0 4 7
7 0 1 - 2 - | M4 | M 1 0 0
Total 1 14 6° 6 0? 8 13 2 6 8

M: Mortality of parental Ceriodaphnia dubia

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