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2. RABREREE
& B REBKEERERERETERE L 2
FITTEHE T100-8975 HURHS FAUHIXEEDNEY 1-2-2

& B R EE MU E R oS AR KR AT
FITEEHE T839-0801 fEMIIEAAR KNS /=TH2®&T =

4. ABRHEM
TasY )= DIV OB T D B, /NP ERE (LOEC), A KM
WA (NOEC). mHEZ: HITEERO L EIEEE (LCs) ZRD D,

5. HBRiE

a) WS 2 MO HKEERIE (BRTR) (FRR 25 48 3 Ak (BREIK) BELO A AT
v A HREIORS) 33 =kxa 8 Ivrazfing I vy a Bk
722U, $K 25 & DA O A~ & 3 GURIORTLEESE) 12 Lo T,

b) OECD Guidelines for Testing of Chemicals, No. 211, October 2, 2012, "Daphnia magna
Reproduction Test"
712U BRI RE 5 S H GRBRIRIE ORE . ABRISIR OFREL, SR B DI ES)
DHAELT,
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708K

PR
Ta7Y )=

R H 1Y
TRaTY DIV ORI D BN, R NEERE (LOEC), kK

HEREIRIE (NOEC) . WREZR BITBUEMAR O LB E (LCso) ZKD D,

ABRIA

a) EWICE & VI PKRBRIE (BRETZ) (K 25 42 3 8K (BRETK) BHEO A AT
vl A BRI ORS) 33 =kxa B Ivrazfing I vy o BhEaRERE )
722 U HER 205 &3 2 5Bl O~ & FE GRBIO RIS (3@ Len o7z,

b) OECD Guidelines for Testing of Chemicals, No. 211, October 2, 2012, "Daphnia magna

Reproduction Test"

TS L, BRI 5 GRBRIRE ORGE . sBRIAIE OFR, SR E IR O HIES)

DHAEL T,
RS

HEREY) =kxa¥Iva (Ceriodaphnia dubia)
7 H i D pEMER S AT LT 3 M H BARE O A= 1% 24 WERRILLN D i
SIILEN

R 7K IR TINTF—HF— [P U —RKIRK (F&EF) ]

AR X FRETREE L LC 0.800, 0.320, 0.128, 0.0512, 0.0205mg/L (ALt
2.5) O 5SPEX HIERE & LT 0.800, 0.308, 0.119, 0.0423,
0.0117 mg/L) J Ok RRX

FRERIE D Y 100mg/L (GXRE) 127225 £ O IHEEAEE L BB K &2 IRA L. 24
PRI HRE U, Vil S Cal i U 7o AR & A TRl

Feilg i bk (BE3I HBRLOS B, RO 2R Z )

et 7 HIH

K 10 38/ X

AR A M 10 {EA/FRER X (1 {84/ B A ER)

R #9150 mL/ABR X (F9 15 mL/ARBR A #s)

AR 24.8~25.0C

pH F%& fiE L

e B ST, 16 KEREIBA/8 REREIIT

fa  EH 1 B 1fERYS720 YCT (50uL) & Chlorellavulgaris (FH%R 64

B 0.02~0.05 mgC/MEIKZ HZ) % 4 BAGEY
BB E IR ORE  HPLC ¥5 (ZREZBALARE, HL/KATHE K OVFREEK T
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LCso CBUEAR D - EBIER ) >0.800 mg/L
LOEC 0.800 mg/L
NOEC 0.308 mg/L

CRATHE L, BIGEHEEE ORI A 25 < )
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8. BB
8.1 HEMmE
a) HME
4 W Tary ) —i
CAS &7 315-30-0
b) %
i
HN ::aﬁﬂ
N
0
o eV CsHaN4O
o 136.11
o) HEEEE
BB B 100.0%
ffaE B 7 A v AR A
2y hE SKK 1889
d) WEA{bFROPER
Al ERENRYFN
e) PRE M
FEIRMEFTRE LT,

f) W EoEE
FR ~ A7, REDPPLOARZAEM L, BE, B ~O#%M & OW A 28T 72,
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=t xa€I T3 (Ceriodaphnia dubia)

5.FBRIE a)lcHEE STV D

ENZAF TR i N ENZERBEERT (£ D% ekl C B ZAPE)
T NANTF v —iE, BB LR UKE, KR (25+1°C) &
OBAREE (16 BrEBA/8 BefilE) TLw AL L7z, % 15mL @
fABK A2 LT2 B2 T LR TOfE 2170, SEHE S 7
AW O Z ek Lz, MREERIXI Y2 1 R4z
YCT (Yeast- Cerophyll - Trout Chow) % 50 uL &% O° Chlorella vulgaris
AR FHF R L LT 0.02~0.05mgC (2725 k9 1 Hiz 1A
faEE L7,

RBRICER LIy o IV N T % —IREUF OS2 72 LT
7z. OFRBRAT 7 A OFHFETERN 20% 5 8 2 720, @ERIC
A2 3 18 H LABE O BEFEY 1 BlER B2 0 8 AL L THh D
Z &, QBT 7 A RD 3 M85 O BRFEPEFEL O T E DS 15 fE AR
UETHDZ L, OIRIRIIDBIZ SRV &,

BRI L7eshiRix, 7 Bl O pEEAR S L7z G RER L
Meod) E4% 24 BERILINOMED AT, FIRE7RR Y 4212 12 KFfH]
PINOfEE (EDIXS>E %2 B CHER) & LTz,

A CBUERD & BE F T [F— AT DR % 4 C OFRBRIE B Il i
L., Zha 1#EE L, ZORFEOMD IR LE (10 H) 2% (H L7,

FEVEWE T X 2 Bhm R 2

B OT — 5 %L TFITRT,

EWE AT R Y UL

(BEESHTH. 7> FEE APM2033, & L 7 ¢ /L ARG iEE)

SR - 2021 454 4 16 H~4 H 23 A

NOEC : 400 mg/L

COEEFYRBRER ICBIT LIy I 7Ty RF—x7

(NOEC=400, 800, 400, 800, 800, 400, 800, 800, 590 }% X 890
mg/L, n=10) LIZEFEETHY | RERROIE R LB L) -

TebD LD,

T EBEKEORBRAKE LTHRO I XTIV Y +— & —&RE
L7=H®D (Volvic**/Evian*? 9/1 v/v, ) 80 mg CaCOs/L) %
AWTER L7 —#

2 WGETE  F U ENL Y

3 ARIETC R
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EVARES
AR 7K
TROI XTI N +—4— [Ho MU —RKAK (FEF) ] RV, IEFBBRREN
FAFNRE D 90%LL EThHoT27od, =7 L— a3 U ThRn ol
“HRFEor Y hU—7—X QO0LXy bR ML)
Ky FR (5 100 mL 24729 . #EEEK 80 mg/L, pH £ 7)

T rU DL 0.8 mg
VNI AT 0.1~2.4 mg
~ TRV A 0.02~1.1 mg
VYA 0.04~0.7 mg
THRNX— A E, IBE., RAKED 0 mg
R 5 OV
R A 50 mL B4 7 AR
= ERRT T ATy 7 DHE
E IR A 7T AT v 7 Bk
IMBGHIEE  RX-401HPN-Z (1 U %)
FRERI O B

HEERECEL 0.0500 g 20 x D B L. sBRAHK 500 mL EiRER. Y7 R T 4 v I AKX —T
—C 24 BRI R LVAME S8 C 100 mg/L ORBRFIR 2 5 U7, sfASIC THEREOR
BRIFHE & kP HRIX & FIRR ORI A2 L IR K 2 1RA L TR 2 iR L. AR
FHIAEI U7z, SRS U723k, TEIRAE P B E L ORI A 3B B AT IS FRE L7,
RIS

g HibkA (BFE3 HBRLDS B, RBRiR O 2% 55
TR ] 7 B CeHHRIEXT 60%LL EOfEIRAS 3 LA FpEfF L7 H £ T)
R B FRETEE & LT 0.800, 0.320, 0.128, 0.0512, 0.0205 mg/L (Z\kk 2.5)

ThiiaR B R D ek B M OVA 2 TR E LTz,
T RS %2 Additional data 1 127”7,

*f R X AR EK & [FRR DI APALER 2 U 7= 9B & & & 7o W ek K
O 10 8/305R X

B AL 10 fEMA/ERERIX (1 fEARBR A4

BRI & #J 150 mL/ARER X (K9 15 mL/ARER S #=)

KR 25+1°C

pH Fi# L

B SEWNITIZ X D 16 FERETHA/S BRI HE

fa  fH 1 H 1{EARY7-0 YCT (50pL) & Chlorella vulgaris (FH§ LR FEHAH &

0.02~0.05 mgC/fE k% BH%) % 48 BARET L7z,
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9.5 BIELIE

a) AR D —MIRTE
REEBIGR N OR TR E TR, BERDOAEEZBIE LT,
BRI E LT B IB A WIE A b Z B TR E TR AL GECHE
BOIRHE L 7o To) o Fio, BIERITIRIRINO A e 2 Blst LT,

b) ABRIEDIRAE
IR I 1R, BRI OO IR RE 2 R SRy Je UMUK ATIC B2

) ABRIR D KE M OBREE AT

W E I H WAFEAFRIRIE . pH, KIR, 5y

B IR PIAIRE . BUKFIT K O FREE 4 T IR
o IR ARy GHRRE) o BJE

WE F7 15 TR SR L0 BRI LRI D CHIE  GRRLEE)
KRR LV ML, IBE L2 DIZHOWTHIE (k. #E%
TI)

T E R WAFfaFE HQ30d (HACH)

pH &t HM-21P GR#ELT 1 —F—4—)
A7 A RPN LR
ERIRESGEE CM31P OREET  — 7 —7—)
d) R T ORI R
I E B BRBAIARE, BUKATHR SO T I
BRKTTIE LA & &0 Bili@oy e (FRALE)
HRBRAES LD WML, BE L7 bOIZ oW THIE (BKnT, 2

THE)
fEFRE w05y EE (3000 rpm, 10 43[H)  (BAZKAET, ZEEK TREO A I NE)
Bk & 10 mL (kB X)
BE ik Appendix 1

9.6 FEFROFEM
FRB I RIS HE U 72 38R0 OB R B IR B D3 B B IR FE 0D 80~120% D& A4 #8 2 7
7o FEROBEHIITAE R E R MINE L AEE Ao, RERR)NOEONTET —X
Y &I, BHEEFSERBAR T SICE Us, BEEFASIT, MHBIXIZBIT 2 BUEE
D 60%LL LS 3 EFE(T L=k (BB 7 B ET) ICB T2 HENSERK 3 EHD
FEAF A B T L IR LT,
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9.7 LOEC &KTYNOEC DHH
BREMHICOWT, RHRX L U CTREHPIIICHEERIKT 23380 b/ BV
BRI % LOEC, < D—> FORBRIEE %2 NOEC & L7= (7272 L, LOEC X Y &g <,
LOEC & AL LORERALND Z &),
AEEREILS. #BRE a) (B 450 1. FEHERIT-RoRIERERE (NOEC) DR H) (12
BEo CHEM L, AEAKYE 5%, FKRELE Lz, 1HHIC Bartlett 512 X 2 &0 E 217
UV, EESHIENRD SR o T2, Steel DZELBMEICE WV MEEIT T2, A
FERREIXT 7 B VHEEE 2012 for Windows ver.1.16 Z il L7=, 215 OFE SR ERRIC
Nz iR BRAsE AR % Z B L, LOEC (" NOEC % #fi L 7=,
9.8 HifE{A&D LCso
FRBRIE FEETH T 50%LL_ EDIE L RNG B> 72728, LCso 1k >R miR g | & &
RLT,
9.9 HREROF M
a) B TRHIATIRIXOBEROIETFN 20%LL FTHDH Z &,
b) BB HIZKHHRXIZ 31T D BUEIRD 60%LL E3 K 8 AT 3 B OEFET5Z &,
¢) XMXITIT DEAND 3 N8O BFEPEFE T LT IS EERLL ETHD Z &,
d) ®RXIZBW TRIRIND EFERNER S NN 2 &,
10. ZfiE o0 Bl v
BAEOID T 1L, JIS Z 8401: 2019 HHI B (2t~ 7=,

11, BRSOV B %2
LLUF ARSI 2 ekl B2 1%, e = (0.800, 0.320, 0.128, 0.0512 & T* 0.0205 mg/L)
(2B D RE R ORFREINE EXIME (0.800, 0.308, 0.119, 0.0423 & TX0.0117 mg/L) CTaRd,
11.1 RO —ekiE
ZBHM PR DBUER O BAEIE 145 % Table 112, FRBRIEICHE - CTHERF LI B
{45 % Table 2 I/~ 7,
0.119 mg/L XAZFBW T 1 fEERDBURARDIET 3 H BTz, BUEKRDIETIZONWTa s T
VT =T —VOMEARE (VI NAT ) BEMLIZE A, RERTFENGR
bivienoloiz®, FETHERORE FITEF D DRI Uiz, BB T REO ST RIX O BHE K
DI HRIT 0% ThoTolod, AR EZT- L T,
ZDIED, ARBREEXIZOW T, IRIRINDOAEE IR I 2o T,
11.2 B oBleR & lE
a) ABRIK DK R
ZBRIER I 2R X CEAEH TH - 7=, #KATNTEHEBRIX THIC X Y ko
FELTEY, fifkE Bbh bty bl sni,
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b) ARERIK DAKE
BRI DR % Table 3. IR{FHARIRE % Table 4, pH % Table 5. ¥i/y % Table 6
2R,
FRB M HICHE U7 KIRIE 24.8~25.0°C, ¥ FIARIRE L 7.9~83mg/L, pH 1% 7.8
~8.2, ZBEBALARFIZHIE L2013 0.01% TH -7,
c) #BRIK O BRI E IR
HE U 7= el v O SR B i L1 2R & B AR IRE M UMLK #% C 0.0208~0.824 mg/L T
& o 1=, HaKET M QBT T 0.00189~0.806 mg/L T ¥ | slHIEFE 2%t L T 9.07
~97.9% ThH -7,
FEAROH
R ORI T HBER 1 B2 0 O RREEF RO RLE N Z
7 % Table 2 & Of Figure 1, ZZE W O EFIRDLORKE R 2 Additional data 2 12777,
R RREE AL, XX, 0.0117, 0.0423, 0.119, 0.308 % T* 0.800 mg/L X CEALZ
#1202, 16.7, 15.7, 16.6, 16.1 X34 E{ETH o7z, XHXD 60%LL EOEED 3 fERE
FLTHY, BEEAEDEE L CTISEEU ETho7o7od, AOMEREEZRGEZ L T
7
LOEC K O'NOEC O H
LOEC XU NOEC % Table 7, A EZEME R R % Table 8 IZ777,
R XD BREPE U DWW TR B ZARE 21T o TG F. 0.800 mg/L KIZIWTxE X
& HH U TR R B EE (p<0.01) 25588 bz,
UEORERLY, AEEREMELORBEESEORER A S L. LOEC IX 0.800 mg/L,
NOEC /% 0.308 mg/L & L 7=,
FHUEKD LCso
FEEDIG 7 A% E CTOBEIRD LCso & Table 9 12777,
MG 7T B E COBUEED LCs 13>0.800 mg/L Th -7z,
% B
AR O =X a2 €IV kT 2 BIHOEE AL RO 23R L LT T 72,
Z OfEF, LOEC X 0.800 mg/L., NOEC I 0.308 mg/L. #LE{AD LCs 13>0.800 mg/L T
o 7c, ZBEIRI I HNE U 7o 3Bk o o g B B IR B 1 A EEIRHR B L2 56F LT 9.07~97.9%
DHEFRFETh o7,
ARERBR BE S LE Y 2 FPHN TH 0 . BEBROAME L Z L TWD Z &b, AikBRiT
RBRIEICHE L2 b D Th oz LT s 5,

12. ARERAAH OB RIEIC B 2 J T LTz & b 5 B 2K

U EKN T 2o T,

- 12 -
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Table 1 Cumulative number of dead parent
Measured 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 0
0.0117
(0) (0) 0) (0) (0) 0) (0) (0)
0 0 0 0 0 0 0 0
0.0423
(0) (©) 0 (0) (0) 0) (0) (0)
0 0 0 0 0 1 1 1
0.119
(0) (0) 0 (0) © do 10  (10)
0 0 0 0 0 0 0 0
0.308
(0) (0) (0) (0) (0) (0) (0) (0)
0 0 0 0 0 0 0 0
0.800
(0) (0) (0) (0) (0) (0) (0) (0)

a : Time-weighted mean of the measured concentrations (also expressed as measured

concentration in the following tables and figure)

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

dubia.
Table 2 Cumulative number of juveniles produced per adult parent
Measuregl Vessel
concentration Mean + S.D.
(mg/L) A B C D E F G H I J
Control 21 23 28 20 13 21 14 16 17 29 20.2+54
0.0117 23 14 12 26 12 13 15 24 13 15 16.7+5.4
0.0423 18 13 15 19 15 16 13 16 16 16 157+1.9
0.119 31 11 25 15 15 7% 14 11 13 14 16.6+6.8
0.308 16 13 25 19 19 0 13 22 21 13 16.1+7.0
0.800 5 2 7 6 2 1 6 1 2 2 34+£23

b : Parental Ceriodaphnia dubia died. This value was excluded from evaluation.

- 13 -



Table 3 Temperature of test solutions

Measured Exposure day
concentration
(mg/L) 0 3 3 5 5 7

Control New 248 2.0 220

Old 548 3570 5570
New 248 25.0 25.0

0.0117 Old 548 3570 5570
New 240 25.0 25.0

0.0423 Old 5479 3570 5570
0110 New 249 25.0 25.0

: Old 3570 5570 3570
New 249 25.0 25.0

0.308 Old 5570 550 35.0
New 249 25.0 25.0

0.800 Old 5570 5570 5570

New: Freshly prepared test solutions

Old: Test solutions before renewal

Unit: °C
Table 4 Dissolved oxygen concentration of test solutions
Measuregi Exposure day
concentration

Control New 8.2 8.2 8.3

Old 8.1 8.2 8.3
New 8.2 8.1 8.3

0.0117 Old g0 %) |
New 8.0 8.1 8.2

0.0423 Old g0 %) |
New 8.0 8.1 8.2

0.119 Old g0 %) |
New 8.0 8.1 8.2

0.308 Old 80 85 80
New 8.0 8.1 8.2

0.800 Old 79 83 80

New: Freshly prepared test solutions
Old: Test solutions before renewal
Unit: mg/L

- 14 -
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Table 5 pH of test solutions

Measured Exposure day
concentration

(mg/L) 0 3 3 5 5 7
Control New 1.9 1.2 8.2

Old 8.0 8.1 8.1
New 7.8 8.0 8.2

0.0117 Old §0 8.1 8.1
New 7.8 8.0 8.2

0.0423 Old §0 8.1 8.1
New 7.8 8.0 8.2

0.119 Oid 8.0 8.1 8.1
New 7.9 8.0 8.2

0.308 Old 8.0 8.1 8.1
New 7.9 8.0 8.2

0.800 Old 8.0 8.1 8.1

New: Freshly prepared test solutions

Old: Test solutions before renewal

Table 6 Salinity of test solutions

Measured
concentration At the start

(mg/L)

Control 0.01
0.0117 0.01
0.0423 0.01
0.119 0.01
0.308 0.01
0.800 0.01

Unit: %

- 15 -
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Table 7 LOEC and NOEC

LOEC (mg/L)

NOEC (mg/L)

0.800

0.308

Table 8 Result of statistical analysis

Measured .
) Statistical o
concentration , Statistical procedure
(mg/L) analysis
0.0117 n.s.
0.0423 n.s.
Bartlett’s test
0.119 n.s.
Steel’s test
0.308 n.s.
0.800 ok

n.s. : No significant difference

** . Significant difference (p<0.01)

Table 9 LCso to parent Ceriodaphnia dubia

Exposure duration (II;(g:/SE)
7-day >0.800

- 16 -
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30

Mean=*=S.D.
- p<0.01

25

produced per adult parent

deok

Average cumulative number of juveniles

Control 0.0117 0.0423 0.119 0308 0.800
Measured concentration (mg/L)

Figure 1 Average cumulative number of juveniles produced per adult parent.
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Appendix 1

BRI e BE DR TE T71E K Ut 2R
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- ARBRIR ORITALERE

FEH L 723 BRIk 2 o R e L, T FE 8 L <LK CHEEAR L CEsikik s
o~ s 7 ¢— (HPLC) #XElAHRIL -,

. R E O E RS

a) EEE
AREBTEOFANEZMHERT H72010, o) DEEEEIR & [FFRIZHHEL L 7= 0.00100,
0.00500, 0.0500, 0.100 & TX 0.200 mg/L O 5 ¥ DIEUERHE 2 W THRER (/)
FIEIC L D EYFR : Y=aX+b, Y : I0ERE, X BRWERE) ZEMR LTZ, T OREE,
sa~ N7 7N EOY—7 HfEE BRI XD ER LI REROFBIREL r 13 0.995 UL
ETHY, B b OXHEITISEEDRKED 5S%UNTH 722 &b, ERIE
JFS & iR D EAR E e L, BRE O BT 1 R E OFERERIE & O i i &
#RiETIT o7 (Appendix figure 2-1 2/1) , £72, HPLC B EIOHHTIC L » TH B
sua~ 775 (—fl) % Appendix 2 (27”7,
BRI T O#EERYE O E & FIRME (LOQ : limit of quantification) (%, &&ZMDFERS
S AT i T OEEAEA IR O BARIRE  (0.00100 mg/L) & L7,
b) hraetE

W EHER 7 n~ 7T 7 (HEedE S LC-153)
RN LC-20AD (R
IR M AR SPD-20A (R ERT)
BT LA —T CTO-20A (R
=t V=zrF— SIL-20Anr  (SEHLERT)
VAT Ay bo—7— CBM-20A  (&ERUERT)
TH Y- DGU-20As  (fE5HEERT)
Y7 ux=T LabSolutions CS (S HERERT)
IRV L-column ODS
(150 mm x 4.6 mm LD., Ki74£85 um, b2 EREAMMTZER%AE)
BT LR 40°C
TRHER A(2%) TEF=FUL
B (98%) : ##iK/ZEE (1000/1 v/v)
o 1.0 mL/min
HIE P& 249 nm
EAR 50 uL

- 19 -
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99838

HEEAEEL 50.0 mg ZFE T KOV TIEREIZIZN &0 0.5%7 =7 KIZEM L
T 50mL IZEZ L. 1000 mg/L OHBRWEIRG 2R Lz, ZhzlBik TaR LT

2.00 mg/L OHERYE V1L %

L7z, S 6122 Z2BRHKTHARL T 0.100 mg/L &

FRYEAIE 2 fR T U 7o, HPLC sk OB E IR 13 BEYEPS % OV HPLC st 7 1

~ NI A ETHRLNDE— 7 AL,

3. BERGR
BRI OBV E IR L ORERE R 2 L TITRT,

Appendix table 1-1

HELTRD-,

Measured concentration of test item in test solution

Measured concentration (mg/L)
Nominal (Percentage of measured concentration versus that at preparation %)
concentration 3 days 5 days Time-
(mg/L) At the At the ohted
m
8 start Old New Old New end Welghte
mean
Control <LOQ <LOQ <LOQ <LOQ <LOQ <LOQ
0.00189 0.00730 0.0114
0.0205 0.0208 0.0212 0.0217 0.0117
(9.07) (34.4) (52.3)
0.0270 0.0366 0.0399
0.0512 0.0526 0.0517 0.0542 0.0423
(51.3) (70.8) (73.5)
0.0987 0.115 0.110
0.128 0.129 0.134 0.134 0.119
(76.7) (85.5) (82.3)
0.282 0.301 0.291
0.320 0.320 0.334 0.327 0.308
(88.3) (90.2) (89.0)
0.781 0.806 0.777
0.800 0.799 0.824 0.824 0.800
(97.8) (97.9) (94.3)

Old: Before the renewal

New: After the renewal

LOQ: 0.00100 mg/L

The time-weighted mean is calculated by the following expression:
3(Co-C3Ee)/(InCo-InC3g)+2(C3s5-Csg)/(InC3s-InCsg)+2(Css-C7)/(InCss-InC7)/7

where

Cu: the measured concentration at n days

InCy: the natural logarithm of Cy

E: Before the renewal

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

0.25

35000 -
17500 |
0 L |
0 0.125
Concentration (mg/L)
y=157110x
r=1.00
Concentration Peak area
(mg/L) (AU - sec)
0.00100 141
0.00500 716
0.0500 7839
0.100 15489
0.200 31539

Appendix figure 2-1

Calibration curve of test item for analysis by HPLC.
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Sample ID 1 99838 Sample ID 1 99838
Sample Name : Standard solution 0.100 mg/L Sample Name : Control
Vial# 1 Vial# 12
Injection Volume : 50 Injection Volume : 50
Month-Day Acquired :2022/01/14 Month-Day Acquired :2022/01/14
Data File : 99838220114 S02.lcd Data File :99838_220114 HOhZ.led
Original Method File : 99837-99839_211124.lcm Original Method File :99837-99839_211124.lcm
Acquired by : Chikako Yanagihara Acquired by : Chikako Yanagihara
99838 220114_S02.lcd 99838220114 HOhZ.led
uAU uAU
5000 T REEA2Mm 5000 T REBA 2
4000 4000
|
3000 3000~
. |
2000- 2000
o <LOQ
O /L / R S - \ . EEE |
1 2 3 4 5 6 7 8 3 4 5 6 7 8
min min

99838 220114 S02.lcd
HIZRA 249,

nm
Peak No| Peak code|  Time (min) ),, “Height (£ AU) Area (11 AU+sec) ‘ Area (%):’
1 4.22 2371 16256 100.0
&Et 2377] 16256 | 100.0
Sample ID 199838
Sample Name : 0.0205 mg/L exposure_level
Vial# :
Injection Volume : 50
Month-Day Acquired :2022/01/14

99838 220114 HOhZ led
9

m

(Pogk No|Peak sodo]Time | Holght (AU)| Aven (£AUsee) | Arsa )|
(=t I B

Sample ID 1 99838

Sample Name : 0.0512 mg/L exposure_level

Vial#

Injection Volume
Month-Day Acquired

150
:2022/01/14

Data File : 99838220114 _HOhE.lcd Data File : 99838_220114_HOhD.lcd
Original Method File 1 99837-99839_211124.lcm Original Method File : 99837-99839_211124.lcm
Acquired by : Chikako Yanagihara Acquired by : Chikako Yanagihara
99838_220114_HOhE.lcd 99838_220114_HOWD.lcd
uAU uAU
500 TRHSEA 240nm] 5000 RHEEA 249nm
4[]00*7 4000
3000 3000-]
2000+ 2000
1000- 1000 | 1
I
1 | ‘w\
e S [ | N | VI
3 4 5 6 7 8 1 2 3 4 5 6 7 8
min min

99838 220114 HOE.lcd

nm
Peak No | Peak code
1

& [

Time (min)
4.22

Height (4 AU) | Area (i AU-sec) Area (%)
502 3383]  1000]
502 3383 100.0

Appendix figure 2-2-1

99838 220114 HORD.Icd
S2A 249nm

Peak No|Peak code [ Time (min;
1
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) | Height (WAU) | Area (4AU-sec) | Area (%
422 1243 8555 | 1000

1243] 8555 1000

HPLC chromatograms at start of exposure.



Sample ID
Sample Name
Vial#

: 99838
: 0.128 mg/L exposure_level
:5

Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File

99838

199838
: 0.320 mg/L exposure_level

: 50

:2022/01/14

: 99838 220114 HOhB.Icd

1 99837-99839_211124.1cm

Injection Volume : 50
Month-Day Acquired :2022/01/14
Data File : 99838220114 _HOhC.lcd
Original Method File : 99837-99839 211124.lcm
Acquired by : Chikako Yanagihara
99838_220114_ HOhC.lcd
uAU
000 TRHETRA 249nm
4000
3000 1
2000
1000~
1 2 3 4 5 6 7 8
min

99838 220114 HOC.lcd

/A 249nm
Peak No| Peak code | _ Time (min) | Height (4AU) | Area (4AU-sec) | Area (%
1 I 422 3105] 20913 1@
&5t | [ 3105 20913 100.0
Sample ID 199838
Sample Name : 0.800 mg/L exposure_level
Vial# 17
Injection Volume : 50
Month-Day Acquired :2022/01/14

Data File : 99838 220114 HOhA.lcd
Original Method File : 99837-99839_211124.Icm
Acquired by : Chikako Yanagihara
99838_220114_HOhA led
uAU
500 TREEA 2490m
4000
1
3000
2000
1000
0‘1*\7%"\/\ / L T T SRR e
1 2 3 4 5 6 7 8
min

99838 220114_HOhA.lcd
A 249

nm
Peak No|Peak code|  Time (min)
4.

[

C&et |

[ Height (MWAU) | Area (4 AU"sec; Area (%)
22| 3833 ‘ 25968 100.0
3833

1 25968 | 100.0

Acquired by : Chikako Yanagihara
99838 220114 HOhB.led
uAU
5000 - - BHBEA 2000m
4000
1
3000
2000
1000
e
5 6 7 8
min

99838 220114 HOhB.Ilcd
H 249

249nm
Peak No|Peak code[ _ Time (min) |
422

Height (WAU) | Area (1AU"sec) | Area (%
3788 | 26003 | 00.0

1
&t | [

3788 26003] 100,

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
Data File

Original Method File
Acquired by

1 99838
: Standard solution 0.100 mg/L (3.9MPa)
o1

150

:2022/01/17
:99838.220117_S03.lcd

: 99837-99839_211124.Icm
: Chikako Yanagihara

uAU
5000

4000

3000

2000-|

1000

B e —

99838.220117_S03.lcd

TRHIEEA 249nm

1

99838 220117_S03.lcd

/ ! S -
2 3 4 5 6 7 8

I nm
Peak No| Peak code | Time (min) _|

%1§+ | I

Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File

Height (1 AU) ‘
237

Area ({{ AU"sec) Area (%)
417] 9 15891 100.0
1 2379 15891 100.0]

199838
:0.0205 mg/L exposure_level
13

150

:12022/01/17

: 99838220117 H3dE old.cd
:99837-99839_211124.1cm

Acquired by : Chikako Yanagihara
99838220117 _H3dE old.led
uAU
5000 B A 249nm
4000
3000
2000
1000+
04— — /\—‘f\#\j— —
3 4 5 6 7 8
min

99838 220117 H3dE old.lcd
fRHiZ5A 249nm

i3 -

23 -
Peak No|Peak code
&k ;

Appendix figure 2-3-1

Time (min) _ )
4.18

Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired

99838

199838
: Gontrol
12

150
:2022/01/17

Data File 1 99838_220117_H3dZ_old.lcd
Original Method File 1 99837-99839_211124.lcm
Acquired by : Chikako Yanagihara
99838220117 H3dZ old.led
uAU
5000 - T BRHEA 240n
4000~
3000~
2000~
1000 <LOQ
e
1 3 4 5 6 7 8
min

99838 220117_H3dZ old.lcd
HiZRA 249

m
Peak No| Peak code|  Time (min) | Height (4 AU) | Argém
e \ \ —
Sample ID 1 99838

Sample Name : 0.0512 mg/L exposure_level

Vial# t4

Injection Volume : 50
Month-Day Acquired :2022/01/17
Data File : 99838_220117_H3dD_old.lcd
Original Method File : 99837-99839_211124.lcm
Acquired by : Chikako Yanagihara
99838_220117_H3dD _old.lcd
uAU
5000 TRHERA 249nm|
4000-{
3000
2000
1000
/L‘JL
S R | W V| O—
1 2 3 4 5 6 7 8

99838 220117 _H3dD _old.Ilcd

min

&%

- 25 -

25 nm
%k No|Peak code| _Time (min) | Height (4AU) | _Area (4AU-sec) | Area (%)
1 4.19} 635 4286 1000
- 838] 0 4286 100.0

HPLC chromatograms at 3 days after exposure (before renewal).



Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File

1 99838
:0.128 mg/L exposure_level
:5

150

:2022/01/17

: 99838 220117 _H3dC_old.lcd
: 99837-99839_211124.cm

Acquired by : Chikako Yanagihara
99838_220117_H3dC old.Icd
uAU
5000 A 2490
4000
3000+
1
2000
1000
L VS
A T T T
1 2 3 4 5 6 7 8
min

99838 220117 H3dC_old.lcd
15 249nm

Peak code | Time (min) Height (1 AU) Area (1{AU*sec) Area (%)
| 418 2353[ 15686 100.0
2353 15686 1000

Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File
Acquired by

1 99838
: 0.800 mg/L exposure_level
07

: 50

:2022/01/17

199838220117 _H3dA old.led
:99837-99839_211124.lcm

: Chikako Yanagihara

uAU

99838_220117_H3dA old.lcd

4000+

3000

2000

1000+

TRHEEA 249nm

1

99838 220117_H3dA old.lcd

PS E—— /L‘J\A/\ .
i 2 3 4

[T T v
5 6 7 8

min

A 249nm
Peak No| Peak code | Time (min) [ Height (1 AU) Area (UAU-sec) | Area (%
(| [ 4149 3682 24830 | 1000
& , 3682 24830 1000

Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File
Acquired by

99838

1 99838
: 0.320 mg/L exposure_level
06

: 50

:2022/01/17

: 99838 220117 H3dB _old.lcd
: 99837-99839_211124.lcm

: Chikako Yanagihara

99838_220117_H3dB_old.Icd

4000

3000

2000

1000+

]

TRHEFA 249nm

99838 220117 H3dB_old.lcd
HiZRA 249nm

Peak No|Peak code | Time (min)
1 419

=

Height (1 AU) Area (AU-sec) | Area (%)
3354 22436 100.0]
3354 22436 100.0

Appendix figure 2-3-2 HPLC chromatograms at 3 days after exposure (before renewal).
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1. WeBRYE DRI K~ DOFR i g
BERYE DOFER K ~DOVEFRE 1L H LT 100 mg/L LA E &l S vz,

2. AW TR
2.1 a1
R BRI T FREIRFEL LT 100, 10, 1.0, 0.10 mg/L (ZAk 10) K OWHRIX
# 7 )7 X kKR 3 HEK OS5 ARICEBRIK O 285 23 H)
# 2 WM 7 B
RER AL 6 50,/ RBRX (1 58, R A
AR IR EE 100 mg/L (B%7E) 12722 X 5 ICHaalkt & R BR K 2R A L, IR T 48
BRI ER L, VAR S8 Ol U 7= 3Bt 2 3B A /K CAVIR L Cali
il 1 B 1EAYS7-0 YCT (50 pL) & Chlorella vulgaris (F5 1 35 A 05 &
0.02~0.05 mgC/AER % HZ) % fi H ¥4l
PREGEY ay g7 =7 —VHAREDORERICHESE | BB PICEC L
BV P EEH ORI L TR

=
i

GREREM) ~DRE >

Ly, i X Jramp B S .
s | P TT A0 | REA(TETRR | 5

BRI LR —

(mg/L) %) T e
xR X 16.7 17.6 76
0.10 0 19.5 33
1.0 0 0.7 0.8

10 16.7 0 0
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2.2, TAEEER 2
A B R R BREMAE L LT 1.0, 032, 0.10mg/L (ZAkA10) R USHEIX
7% & 7 A bk (3 [ElAE, FEBRIE O 4 & A 2K
7 05 W 8 HH
AERAEWEL 6 8, FRBRIX. (1 8H B A ER)
BRI 100 mg/L () 1272 % & 9 (CHtatatEl & BRI K 2R A L, IR T 24
REIRER U, i S Gl U 7= 3Bk 2 5B /K AR L Rl
e £ 1 B 1EAYS7-0 YCT (50 uL) & Chlorella vulgaris (F 1 5 35 A 05 &
0.02~0.05 mgC/AE K % HZ) % fi H 44l
53 Hr FRBRIE T O PRV E IR EE DORIE ZAT > 72,
PRATER ay g7 — 3T —VHEEMEDRRICHES X | BB IS T L
T2 Uy a DR GERA L TR
<FHBRAEWY)~DR B>
o %ﬁ%\%% ‘/tﬂg S’%%ﬁiﬁ@@&/ﬁ 1?@
(mg/L) %) P U
%t HR X 16.7 21.4 2.6
0 12.7 5.0
333 7.3 3.3
0 0.3 0.8
<FBRIRH OB E IR >
— zﬁu%ﬂi%g:%ﬂ ‘(rng/L)
(mg/L) (kAR E IR FE %)
Z 15 BRARINE 3 Ath (BUka)
0.106 0.0790
(106) (79.0)
0.334 0.290
(104) (90.8)
1.03 1.01
(103) (101)
3. AREBRSM
A X RETEE & L 0.800, 0.320, 0.128, 0.0512, 0.0205 mg/L (43 2.5)
e Ot FRIX
i )7 bk (B [ElAE, REBRIK O 4 R A
IREEHT FIEBRARIE, HUKATHR K OVRER S T R I i
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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 6 3 6 5 4 6 5 6 4 6
4 0 0 0 0 0 0 0 0 0 0
5 0 5 8 8 5 8 6 5 7 8
6 3 0 0 7 4 7 3 5 6 0
7 12 15 14 12¢ | 14°¢ | 16° | 12¢ | 17°¢ 0 15
Total | 21 23 28 20 13 21 14 16 17 29
¢ : This value was excluded from counting because of 4 breeding.
Additional Table 2 Result of reproduction test
0.0117 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 6 3 5 5 3 5 6 3 3 5
4 0 0 0 0 0 0 0 0 0 0
5 7 4 3 5 5 5 6 6 5 3
6 10 7 4 0 4 3 3 0 5 7
7 12¢ | 16° | 17° 16 14¢ | 14°¢ | 15°¢ 15 15¢ | 14°
Total | 23 14 12 26 12 13 15 24 13 15

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

0.0423 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 5 4 5 5 3 6 5 0 4 4
4 0 0 0 0 0 0 0 3 0 0
5 5 4 0 4 4 6 7 6 5 8
6 8 5 5 10 8 4 0 7 0 4
7 14¢ | 15°¢ 5 16¢ | 14°¢ | 13°¢ 1 0 7 13¢
Total | 18 13 15 19 15 16 13 16 16 16
¢ : This value was excluded from counting because of 41 breeding.
Additional Table 4 Result of reproduction test
0.119 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 5 4 4 6 3 5 4 3 4 5
4 0 0 0 0 0 0 0 0 0 0
5 12 4 0 4 3 M(2) 5 3 3 4
6 0 3 10 5 9 - 5 5 6 5
7 14 13¢ 11 15¢ | 11°¢ - 12¢ | 10°¢ | 10° | 14°¢
Total | 31 11 25 15 15 70 14 11 13 14

M: Mortality of parental Ceriodaphnia dubia

b : Parental Ceriodaphnia dubia died. This value was excluded from evaluation.

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

0.308 mg/L

11°

13

10
21

22

15°¢

13

Vessel

11

19

12
19

10
12
25

13¢

13

16

Day

Total

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

Additional Table 6 Result of reproduction test

0.800 mg/L

Vessel

5

Day

Total
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