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7. B
BB E
rna kY= —)
AR H 1
7 v kY~ —/L® Raphidocelis subcapitata \Z%13 5 £ RAFRBRZITV, 0-72 FFf D
50%4F RFFRE (ECs) MOMRKEZRE (NOEC) %R 5,
AERTE
B R AR DBk D IEIC oW T OBk 23 453 A 31 H, A% 0331 55 7
5. Pk 23-03-29 RUREE S B BRIREFEE 110331009 & ; HAKKIE SRt T H 1B,
FEFE 0701 25 1 75, 20190619 BJFE 2 5 BREOREFEH 1907011 75) (ZE D 5 AR

EER
AR
ARERAEY Raphidocelis subcapitata
AR X B ER &A% L LT 100, 31.6, 10.0, 3.16, 1.00, 0.316, 0.100 %

(AHA10) @ 7 JEEEX (HIERRHE & LT 0.347, 0.106, 0.0345,
0.0107, 0.00350, 0.00104, 0.000348 mg/L) M OUVfHRIX
BRIk O PR BEPRIE L LT 100 mg/L (2725 £ 9 1ZEEE & OECD K3ih
IRA L. 48 BRrfHEE%G, AT I 7 4 2 —TAE LTl
B 7 3R BR R A T AR L CR

#4557 FERIE & 5 553 (K9 100 [A1/53)

Z 8 1] 72 WR§fH]

O 6 H/XHRIX (N 7 7 F 7 v RIE RN 1 3BRE 8 % BIRE E
3 /AR R B X

BRI B 600 mL/*}FR X (100 mL/EUBRZE %)

300 mL/ABR IR EE X (100 mL/ARBR A 2%)
(R 7 7F 7w RRIERIZ 100 mL/xt BB IX 2 BIE R E

BRI 22.2~22.5C
R 88~89 pmol/m?*/s
W EOWE Tl e e
WeBRYVE IR RE DJE  LC-MS/MS 75 (& BIAARE J O T HY)
PR A
EE i~ DRI (23+1°C) 0.363 mg/L (i ik T D HIE E)
ECso (E:Cso) 0.260 mg/L (95% 5 #H RS : 0.235~0.289 mg/L)
NOEC (4 E# 0-3d) 0.000348 mg/L
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R
fil Raphidocelis subcapitata
AR O B TARNTA RTA HERESN TV DR
AFIH American Type Culture Collection
ANFHRE ATCC 22662
AFH 1995 426 H 30 H
ANTFtkDE B R R CHE R R ISR RS 2R
ARERCR OFBNEOMERR EHIRNCEEEY B K 2 A & I E AR 2 i
B OT — 5 %L NIRRT,
EHEYE . s a LfEDY T A
(IR, = v FEF YLF7267, L7 A VA
FEE)
FEHEHIR c 2021 3 A1 H~3 H4H
E.Cso (0-3d) : 1.1 mg/L
ZOMEITEHABRMERE B T ANy 7 T T s R — 2 OHLE
FEAN P2 EHERZE 0 1.0~1.4 mg/lL (n=7) ] TH-o7=,
ARk D HE fifi
B:
ATEE 2 K OGABR AL (R TR CTRFHL L 72 OECD £## (OECD TG 201 ; March 23,2006) %
7=,
Component mg/L Component mg/L
H;BO; 0.185 CuCly*2H,0 0.00001
MnCl,-4H,0 0.415 CaCl,-2H,0 18.0
ZnCl, 0.00300 NH.4Cl1 15.0
FeCl;*6H,0 0.0640 KH,PO, 1.60
Na,EDTA - 2H,0 0.100 NaHCO; 50.0
CoCl,*6H,0 0.00150 MgCl,* 6H,0 12.0
Na;MoOs*2H,0 0.00700 MgSO4- 7H,0 15.0
iR B L O E
B A A 300mL BEH T ARM=fA7F7 23 @RMEDOT U 2+ %)
BEARAGE JERRSTAERIE & O BE#%  LP-0.7LEDSS
(A ARER&GEERT, #E2%5 SIN-008)
ARBRIK O PRk

fEEECRE 0.0800g #2009 &L, 100 mg/L (GXE) 12725 & 5 IZH:H 800 mL LiRA L
NIRRT A4y I AZ =TT R AR LIk, AT T 7 4% — (PVDF, L
££0.45 um, Merck) TS| Aild L7 A2 skBRIFIE & Uz, SRR Cagt & o iR i
R &SR L AR O A L7218 A L, P L CRENR 2 R L, SBRA 2RIy
EL 7,
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W T A BRI T
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b) ECso DL ik
F BRI XSG T D AERZ Xt/ 7 717y b L, BEREORED N5
A RBRFHE S A3 100 KOV 31.6%X (RIEREE & LT 0.347 & Tr0.106 mg/L [X) ] %
W TEAREYR T (B 238 1E) 2170 B 50% & DAZH 025 ECso KL D 95%
EHEBREREE L7, AREEIZX Y RDT- ECsold ECso & Fedl L7,
ECso 1%, UikBrfsRIZ CRE L2 v a—4% 71 2/ F A (Microsoft Excel (2 X ¥ &
) ZHAWTHERHLE,
¢) NOEC O
A RHEEIZ OV T, Bartlett 15T £ 250 BURE 21T o T2 /R, 5% A BKHETHES I
MRD BN, KHBRBEX L RRX EOFEEDA BE —JThLE /Y BT & O
Dunnett D HEILEEIC KV KO-, AEEMEIZT 7 E/AHE 2012 for Windows
ver.1.16 % VTN U 7o, A B 7 E R R M O BLESR R KV \NOEC % 3l L 7=,
9.7  HEROHEME
a) XTHRXIZHIT 2 EEOLERIL 72 KFREZIZ 16 (5L ETRIT TR 6720,
b) XICHT 5 H OERIEE O EERED BB 28 U T35%% /1 Tlidk
BN,
o) XHRIXIZIRIT 50 IR LHOARREDEERED 7% 282 TR B R0,
9.8  HUEDOEHL
BAEDO LD J71E, JIS Z 8401 : 2019 HHI B (2t~ 7=,

10. FRERAS M VB %2
LU R OAITHNC 31T 2 sl 1T, SRR D& 475 (100, 31.6, 10.0, 3.16, 1.00, 0.316,
0.100%) (Z331F 5 HE R ORFFEIINEEEME (0.347, 0.106, 0.0345, 0.0107, 0.00350, 0.00104
K1Y 0.000348 mg/L) T/sd,
10.1 FRBRIE OB K ONHIE 75 2R
a) ABRIKDOIKAE
FRERR X CIX BB AR X B CTh o 7o, BB TR 0347 mg/L X CHE
BE . HIROBSEIZ XY 0.106 &) 0.0345 mg/L X Th$MIE WA, Z 0o
BRI X Cldkkfaz 2 LTz,
SRR CII AR BB AR E AR TH U | BEK TRICITHIROHEIEIZ LV ket
E LT\,
b) FRERIRDONKE K NEFEREE
ABRHE D pH % Table 1, B2 24EE IR & OEIRIE % Table 2 12”7,
BRI D pH 1% 7.8~8.0 Th o7, HERILENIREL T 22.2~22.5C, IR I 88~89
pmol/m*/s T -7z,
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¢) FRBRIE oD WL BR B I
BER Y IR E ORI E T Kk OGS R % Appendix 1, ERM N7 0~ /T L%

Appendix 2 (27”7,

B U 72 38R O BB B R B 1 3 2 B AR RF T 0.000390~0.381 mg/L, &M T

IR 1% 0.000309~0.315mg/L TH V| BAAKRFREEIZX LT 64.4~82.6% Th -7,

102 E.Cso

K IFR] COEY) & % Table 3, A KHE K OVE KL 3 % Table 4, E.Cso % Table 5 |
AT, ETo, WE—ARMEERM A Figure 1 ITRT,

AR L - THEH L7 E D E.Cso 1 0.260 mg/L (95% (5 #H RS : 0.235~0.289
mg/L) Th-oTo,

103 ABRX TOAERAIM, MIBLEH S &% OV NOEC

NOEC % Table 5. A B ZMREM F% Table 6, AR #h#k % Figure 2 (27777,

0.347 mg/L X TIL##EE 48 Kl i £ TR REUEM A R Loy, 2 O®RARITMA
LTz, 0.106 mg/L X TIE AR 48 i1 £ TREHEIM 2R L2, £ DOBRARITH
TAEC & 72572, 0.0345 LY 0.0107 mg/L (X CTIEPLENTED DALz b O O s 45 HEbiE 2 7R~
L7z, 0.00350 & TF0.00104 mg/L X TlIxBXIZITWAER 2R L7z, 0.000348 mg/L [X T
xR & AR DA R 28 LT,

LI F OB R 2 TRHIBX EDRBICE S b0 TH D, 2 TORBRBEX T
X EFERTH -T2, MXTIIRFIIA LN,

EREEICOWTHEZEMREZIT o2/ R, 0.347, 0.106, 0.0345, 0.0107, 0.00350 X%
O 0.00104 mg/L KIZHBWTHEEHFINR B BZNRO B, AR ZEMRER R KO EELH
falgsfE R L v | AERHEICEIT S NOEC (X 0.000348 mg/L Th o7,

10.4 REROAF 2
a) XIRXICBIT D4R
KHRIXIZ 31T 2 B O A& RITREK TR £ T 4 7~ L 72 (Figure 2 ),
T TR II A B D 102 504 E (Table 3 2/R) (295 L. ARIMERERE (16 f%
UL Eo¥gsH) iz LT\,
b) XX (1T D H AR E
KRXIZ I 1T 2 B A REHE O ZEREIL 10% (Table 7 28) Th v, Ak
N B5% %A TR B Zlz LT,
o) XTRRIXITISIT D0 K UM DA R
KRXIZ I T 240 & L O REE OLEERHIL 1.0% (Table7 Z2H) THY, F
R (T%ZB A TXR b2 &z LT\,
105 % %2

RERI TR E DA~ DIEFRIEELL T CORBRAW KT 2 EEL RO DR L L
TTo T, EORER. ECsol 0.260 mg/L (95% (5 HEHES : 0.235~0.289 mg/L) . NOEC (&
0.000348 mg/L T o7z, sBRIK T OB EIREIL, BEEHE TR ORIERR L 23 Bl sh R R
JED 64.4~82.6% Th o= &0 h, BEHMMTICETOR TR ALNZ, £, BB
B L RBENTH 72 e D, BMBRITRBIEICE LD Th o 72 LIl S
o,
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Table 1 pH of test solutions

Measured pH
concentration?
(mg/L) At the start At the end
Control 7.8 8.0
0.000348 7.8 8.0
0.00104 7.8 8.0
0.00350 7.8 8.0
0.0107 7.8 8.0
0.0345 7.8 8.0
0.106 7.8 7.9
0.347 7.8 7.9

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

tables and figures)

Table 2  Culture temperature and light intensity in incubator

99483

Time At the start 1-day 2-day At the end
Culture temperature (°C) 22.5 22.2 223 22.5
Light intensity (umol/m?/s) 89 88 88 88

- 13 -



Table 3 Value of biomass at each time

99483

Measured concentration Vessel Cell concentration (x10” cells/mL)
(mg/L) eSS 170 hours® 24 hours 48 hours 72 hours
A 0.50 2.1 12 51°¢
B 0.50 1.9 11 58
C 0.50 2.0 12 58
) D 0.50 2.2 12 56
Contro E 0.50 22 12 56
F 0.50 2.0 12 59
Mean 0.50 2.1 12 56
S.D. 0 0.091 0.33 2.6
A 0.50 1.9 11 59
B 0.50 2.1 10 55
0.000348 C 0.50 2.1 12 55
Mean 0.50 2.1 11 57
S.D. 0 0.12 0.75 2.1
A 0.50 2.1 10 52
B 0.50 1.9 9.6 45
0.00104 C 0.50 1.9 9.4 43
Mean 0.50 1.9 9.7 47
S.D. 0 0.10 0.35 4.3
A 0.50 2.0 9.9 45
B 0.50 2.1 10 45
0.00350 C 0.50 2.1 11 46
Mean 0.50 2.1 10 46
S.D. 0 0.056 0.35 0.52
A 0.50 1.7 8.7 37
B 0.50 2.0 9.4 39
0.0107 C 0.50 1.7 10 39
Mean 0.50 1.8 9.4 39
S.D. 0 0.17 0.62 1.1
A 0.50 2.1 8.5 30
B 0.50 1.8 7.8 26
0.0345 C 0.50 1.8 7.3 25
Mean 0.50 1.9 7.9 27
S.D. 0 0.20 0.59 2.9
A 0.50 1.8 6.4 15
B 0.50 1.9 7.7 19
0.106 C 0.50 1.8 7.0 17
Mean 0.50 1.8 7.0 17
S.D. 0 0.091 0.67 2.2
A 0.50 1.6 3.2 3.8
B 0.50 1.6 3.4 3.9
0.347 C 0.50 1.5 3.0 34
Mean 0.50 1.6 3.2 3.7
S.D. 0 0.042 0.23 0.27

b: The value based on the measured value of pre-culture

c: The minimum cell growth in the control (biomass at the end of exposure / biomass at the start
of exposure) 51/0.50=102

- 14 -



Table 4 Growth rate and growth inhibition rate

Measured

) Growth rate Growth inhibition rate
concentration | Vessel
(mg/L) (0-34d) (%)
A 1.54 -
B 1.58 -
C 1.58 -
D 1.57 -
Control . 1,58 )
F 1.59 -
Mean 1.57 -
S.D. 0.0160 -
A 1.59 -1.0
B 1.57 0.31
0.000348 C 1.57 0.33
Mean 1.58 -0.13
S.D. 0.0123 0.78
A 1.55 1.8
B 1.50 4.5
0.00104 C 1.49 5.5
Mean 1.51 4.0
S.D. 0.0304 1.9
A 1.50 4.6
B 1.50 4.5
0.00350 C 1.51 4.2
Mean 1.50 4.4
S.D. 0.00382 0.24
A 1.44 8.7
B 1.45 7.7
0.0107 C 1.45 7.6
Mean 1.45 8.0
SD. 0.00937 0.60
A 1.37 13
B 1.32 16
0.0345 C 1.30 17
Mean 1.33 16
S.D. 0.0348 2.2
A 1.13 28
B 1.21 23
0.106 C 1.18 25
Mean 1.17 25
S.D. 0.0431 2.7
A 0.673 57
B 0.683 57
0.347 C 0.636 60
Mean 0.664 58
S.D. 0.0248 1.6

- 15 -
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Table 5 E:Cso and NOEC

E:Cso (mg/L) NOEC (mg/L)
0.260 (0.235 to 0.289) 0.000348

Values in parentheses express 95% confidence limits.

Table 6 Result of statistical analysis

Measured Result by
concentration Dunnett’s multiple Statistical procedure
(mg/L) comparison test
0.000348 n.s.
0.00104 *
0.00350 *x Bartlett’s test
0.0107 *x One-way ANOVA
0.0345 ok Dunnett’s multiple comparison test
0.106 *x
0.347 *x

n.s. : No significant difference
* : Significant difference (p< 0.05)
** : Significant difference (p< 0.01)

- 16 -



Table 7 Variation of growth rates in control

< Variation for section-by-section specific growth rates in the controls >

Vessel Mean Starhlda.lrd Coe'fﬁ‘cient of
deviation variation (%)

A 1.54 0.159 10
B 1.58 0.204 13
C 1.58 0.180 11 10
D 1.57 0.104 6.6 (Mean)
E 1.58 0.125 7.9
F 1.59 0.204 13

< Variation of average specific growth rates in replicate controls >

0-3day
Mean 1.57

Standard deviation 0.0160
Coefficient of variation (%) 1.0

- 17 -
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. ARBRIR ORI 1A

BEEL U 75 &2 o T HERE e U, Bf&EUEE ORI S A & 7 — u/isi (1/1viv) 127256 &
INCWEAR L CRK I o~ N7 T 7 0 ——% 07 NEESHTE (LC-MS/MS) 70k 2 7
L7z,

. WERME O E R

a) ERITIE
KEBRFTEDHNEZHERT D201, o) DFEYERRIE & [FECFHEL L 7= 0.000100,
0.00100, 0.00250, 0.00500, 0.0100 & X 0.0500 mg/L @ 6 I DEEAEFAIR & AV TR
OO/ RIEIC L DR : Y=aX+b, Y oK, X : tEBRWEEE) Z/E/k LT,
ZORER, /a~ N7 T A LEOE— 7 EEEEEIC XLV AER LR EROMHBERE »
120995 L ETH Y A b OEHEIIISE BEDRKIED 5% UNTH 722 Linb,
MEHIIERZ BT DERE 72 L, BB OERIT 1 REOEERRZ -
Mot s T1T > 72 (Appendix figure 2-1 %) , F£72. LC-MS/MS RELD 3HT1Z &
S>THEON-Z a~ B 7T 5% Appendix 2 (TR,
SINTECE R OBER Y E O E & T RE (LOQ : limit of quantification) 1%, & &MHEA
RE NP T OEAEIR D FASIEE  (0.000100mg/L) & L7z, ko T, &G0
BRI O 7E BT IRE (LOQ) 1AL (BARAIRAE =R : 2 £5) 2% & L T 0.000200
mg/L & L7,
b) TS

2R Ik v~ 7o 7 —Ea&oiEt (RS LCMS-017)
k7 n~ K777  Nexera X2 (S EESERT)
HROE LCMS-8060  (fHtBERT)
Wik a~ 77 7 %404
BT A L-column2 ODS (35 mm x 2.1 mm L.D., K7 %8 5 um,
bW E R Fe )
BT LR 40°C
TRHER A (30%) : 5mmol/L FEfET > € =7 LK
B (70%) : 5 mmol/L HfiET L =7 LD A X ) — VKR
o= 0.2 mL/min
EAR 5uL
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B E Tt

A F AL T L7 hr AT L—A F Ak (ESD

R A A EA A

T HTE BIREUGE=% Y 7 (SRM)

WEA A

TV == F Tagy s Ay aYVa sz F—

(m/z) (m/z) (eV)
3452 165.1 31
3452 199.1 38
3452 239.2 -55
345.2 241.2 37
3472 165.2 32
347.2 239.2 =55
347.2 241.1 38
347.2 279.1 -12
367.1 165.2 -35
367.1 241.2 -43
367.1 277.2 -19
369.1 165.2 -34
369.1 279.1 -19

2 EVEYHS | 120°C

DL & 200°C

2774 F=H A& 1.50 L/min

RTAL VT HARE 10.00 L/min

c) FEVEVAUR OFREL K O BRI B IR FE O B
PEEAEUEE 50.0 mg ZE O KON TIEMIZITND L0 A% 7 —/VITEEfFE LT 50
mL ([ZEZ L. 1000 mg/L OHERWERR 2T LTz, i A% 7 —/LTHRL T 100
mg/L DR ERR 2R Uiz, e A% ) — v/ (1/1viv) CTHFR LT 0.00500
mg/L DFEHERSIR 2 LT,
LC-MS/MS B ORI E IR L 1T, BEERIE M OV LC-MS/MS Bt D 7 v~ - 75
LAETHEONE— 7 HfEZ L L, HAIFE L TRD -,
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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

99483

) Measured concentration (mg/L)
Stock solution i
rent (Percentage of measured concentration versus that at the start %)
conten
Time-weighted
(%) At the start At the end
mean
Control <LOQ <LOQ
0.000309
0.100 0.000390 0.000348
(79.2)
0.000825
0.316 0.00128 0.00104
(64.4)
0.00305
1.00 0.00400 0.00350
(76.2)
0.00921
3.16 0.0124 0.0107
(74.3)
0.0303
10.0 0.0389 0.0345
(77.8)
0.0950
31.6 0.119 0.106
(80.0)
0.315
100 0.381 0.347
(82.6)

LOQ : 0.000200 mg/L

The time-weighted mean is calculated by the following expression:

[72 (Co-C72)/(InCo-InC72)]/72

where

Cn : the measured concentration at n hours
InCh : the natural logarithm of Cn
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Appendix 2

BERLA O o~ N7 T A
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Peak area (- )

70000000

35000000

Appendix figure 2-1

0.03

Concentration (mg/L)

y =1301521144x

r=1.00
Concentration Peak area
(mg/L) (-)
0.000100 425955
0.00100 1597760
0.00250 3521024
0.00500 6759564
0.0100 12810011
0.0500 65072024

Calibration curve of test item for analysis by LC-MS/MS.
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99483

Sample ID : 99483
Sample name : Standard solution 0.00500 mg/L
Vial number 1
Acquisition date :2021/02/09
Inj. Volume 7]
Data file : 99483_210209_S03.lcd
Method file : 99483.99485 mrm_201210.lcm
99483 210209_S03.lcd -
00 IE&iToW.ooF) N o B TIC(+)a1 |
3,166,866 L
' i
200
L3 |
‘ 173,108 / 4294954 5
0,00}~ v - LR s — T T . !4 " T = : T T T 1
0.0 05 15 2.0 25 30 35 40 45 50
min
Sample ID : 99483
Sample name : Control
Vial number v 12
Acquisition date :2021/02/09
Inj. Volume 19
Data file : 99483_210209_HOhZ.lcd
Method file : 99483.99485_mrm_201210.lcm
99483_210209_HOhZ.lcd
3_00[(:(1,000.000) - TIC(+)@1
3,166,666
2.00;
| <LOQ
1.00
0.00 e = ——— L =SS e ———
0.0 05 15 20 25 30 35 40 45 50

Appendix figure 2-2-1

- 26 -
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99483

| Sample ID £ 99483
Sample name : 0.100% exposure level
Vial number : 3
Acquisition date :2021/02/09
Inj. Volume *
Data file 1 99483_210209_HOhG.Icd
Method file : 9948399485 _mrm_201210.lcm
99483 210209_HOhG led
00-(x1,000,000) o T S T TIcHer
3,166,666 ‘
i
2.00 |
’ |
1.00 ]
|
0.00 :h- el e ————— ﬁlv’"‘/—:”ogﬁ/ls‘?fga_._,__- ————r—r—r—i
0.0 05 1.0 15 20 25 3.0 35 40 45 50
Sample ID 1 99483
Sample name : 0.316% exposure level
Vial number 24
Acquisition date :2021/02/09
Inj. Volume ' 5
Data file : 99483_210209_HOhF.lcd
Method file : 99483 99485 mrm_201210.Ilcm
99483_210209_HOKF lcd
300 {x1,0000000 - ' - ' "_—_—TIC(T)@T‘I
3,166,666 ‘
1 !
200
1.ooJ: '
1
{ o - _1/3.108 / 549866 ‘
0.00 o | —T T e —— T T v T T
0.0 05 10 15 20 25 30 35 40 45 50

Appendix figure 2-2-2 LC-MS/MS chromatograms at start of exposure.
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Sample ID
Sample name
Vial number
Acquisition date
Inj. Volume
Data file
Method file

: 99483

: 1.00% exposure level

: 5

: 2021/02/09

=9

: 99483 210209 _HOhE.lcd

: 99483_92485_mrm_201210.lcm

994£3_210209_HOhE.lcd

3.00-(x1,000,000) T TICHEt|
3,166,666 !
1
2.00-
1,00
_ 1/3.113 /1717969
| e, et ———e e |
0.0 05 1.0 15 2.0 25 3.0 35 40 45 50
min
Sample ID : 99483
Sample name : 3.16% exposure level
Vial number )
Acquisition date :2021/02/09
Inj. Volume :+ 5
Data file : 99483 _210209_HOhD.lcd
Method file : 99483 96485 mrm_201210.lcm
99483 210209_HOhD.lod
3.00- l(x1.000000) o TIC(H)@1
13,166,666
1
2.00 |
1,00
] 1/3.109 / 5322644
0.001.'., e —————r E—— e Tﬁ—_*tl:__t—‘::—‘f:— ——t
0.0 05 10 15 20 25 30 a5 4.0 45 50
min

Appendix figure 2-2-3 LC-MS/MS chromatograms at start of exposure.
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99483

Sample ID : 99483
Sample name : 10.0% exposure level
Vial number 1 7
Acquisition date : 2021/02/09
Inj. Volume 8
Data file : 99483_210209_HOhC.lcd
Method file : 99483 99485 mrm_201210.lcm
99483 210209_HOhC led
3.00-(x1,000000) o D R TIC(+H)@1 |
3,166,666 ‘
| |
200 !
j 173110/ 16728406 i
100 [
% /
[T R
0.0 05 1.0 15 20 25 30 35 40 45 50
min
Sample ID : 99483
Sample name : 31.6% exposure level
Vial number 8
Acquisition date :2021/02/09
Inj. Volume 3]
Data file : 99483_210209_HOhB.lcd
Method file : 99483_99485_mrm_201210.lcm
- 99483 210209 _HOhB.lcd .
3,00 (x1,000,000) S TIC(+)@1]
3,166,666 ‘
|
2.ooj 173110 / 20405222
l lil “l.
{ |
1.00- f‘ lll
j b"’ ‘I"\
-, I—— I . . |
00 05 15 20 25 30 35 40 45 50
min

Appendix figure 2-2-4 LC-MS/MS chromatograms at start of exposure.
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Sample ID 1 99483

Sample name : 100% exposure level

Vial number 19

Acquisition date : 2021/02/09

Inj. Volume :5

Data file : 99483 _210209_HOhA.lcd
Method file : 9948399485 _mrm_201210.lcm

99483 _210209_HOhA led

300(x1,000000) - I TIc@1
3,166,666

|
2.00 |

e r——

1 /3111 /16358135

1.00
00— e T ]
0.0 0.5 10 1.5 20 25 3.0 35 40 45 5.0

min

Appendix figure 2-2-5 LC-MS/MS chromatogram at start of exposure.
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Sample ID : 99483
Sample name : Standard solution 0.00500 mg/L
Vial number 2 1
Acquisition date :2021/02/12
Inj. Volume 15
Data file : 99483 210212_S03.lcd
Method file : 99483.99485_mrm_201210.lcm
;9483_210212_303.lcd :
w‘m.oob,odo) o S TIC(+)@1
3,166,666
2,004
1.001
1/3.114 / 4344393 ‘
0.00'-'.1 ————itic _———— ;“7"1:,,.,,_‘,—_',;4,*’_' ,,,,, e i. —_— {
0.0 05 1.0 15 2.0 25 30 35 4.0 45 50
!
Sample ID : 99483 i
Sample name : Control
Vial number : 2
Acquisition date :2021/02/12
Inj. Volume 08
Data file : 99483 210212_H72hZ.lcd
Method file : 99483 92485 mrm_201210.lcm
99483210212 H72hZlcd
3,00-{(x1,000,000) S : TIc(+)at |
2,186,666
2.001] 1
l <LOQ ‘
1.001 ‘
| i
0.00 , - ——————— - ————
00 05 10 15 20 25 30 35 40 45 50

Appendix figure 2-3-1

LC-MS/MS chromatograms at end of exposure.
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99483

Sample ID
Sample name
Vial number
Acquisition date
Inj. Volume
Data file
Method file

L

: 99483

: 0.100% exposure level

3

:2021/02/12

05

: 99483 210212_H72hG.lcd

: 99483_99485_mrm_201210.lcm

99483 210212 H72hG.lcd

3,00 [(x1,000,000) RO
13,166,666 :
2.00- §
1.00- ;
1 \ }
* 3.11 256 :
000+ =y — - — ,jl/ 1ﬂ/1‘§j_;,;_;:,_.:.—,“.'4'.':a
00 0.5 15 20 2.5 3.0 45 50
min
Sample ID 199483
Sample name : 0.316% exposure level
Vial number 14
Acquisition date :2021/02/12
Inj. Volume 15
Data file : 99483 .210212_H72hF.lcd
Method file : 9948399485 _mrm_201210.lcm
99483_210212_H72hF lcd
2,00-/(x1,000,000) o O TIcHBT
13,166,666
2.00}
|
1,00
0001 ) S | ' '__ﬁ___“_r_l_/s.nsl/ 356290 N— 4
0.0 05 15 2.0 25 3.0 45 50
min

Appendix figure 2-3-2 LC-MS/MS chromatograms at end of exposure.
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Sample ID
Sample name
Vial number
Acquisition date
Inj. Volume
Data file
Method file

1 99483

: 1.00% exposure level

: 5

: 2021/02/12

)

: 99483 _210212_H72hE.lcd

: 99483 99485 mrm_201210.lcm

99483 210212 H72hE lcd

3.00-(x1,000,000) - - a TIC(+)@1 |
3,166,666
200 |
:‘ |
1 |
1.00 1
1/3.117 / 1324837
0.0”:,:;?‘ e — = — : — 3__1/—\, - I_ 1 .
00 05 1.0 15 20 25 3.0 35 40 45 50
min
Sample ID 1 99483
Sample name : 3.16% exposure level
Vial number 16
Acquisition date :2021/02/12
Inj. Volume :5
Data file : 99483_210212_H72hD.lcd
Method file : 99483 99485_mrm_201210.lcm
99483.210212_H72hD.lod
3.001x1,0000000 I R TIC(H)at |
3,166,666 ‘
2.00
1.003;
] 1/3.121 / 4002708
0.00—1_, v _1 T - — T —F -l \-—ll ———— T ———
0.0 05 1.0 15 20 2.5 30 35 40 45 50
min

Appendix figure 2-3-3 LC-MS/MS chromatograms at end of exposure.
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Sample ID 1 99483
Sample name : 10.0% exposure level
Vial number ¥ |
Acquisition date :2021/02/12
Inj. Volume :5
Data file : 99483.210212_H72hC.lcd
Method file : 99483_99485_mrm_201210.Icm
o 99483.210212_H72hC lcd
3,00-(x1,000,000) B o T TICHat |
13,166,666
200
1/3.120 / 13171586
I,OOV ‘I" \
00 05 1.0 15 20 25 30 35 4.0 45 50
Sample ID 1 99483
Sample name : 31.6% exposure level
Vial number 18
Acquisition date :2021/02/12
Inj. Volume + 5
Data file : 99483 210212_H72hB.lcd
Method file : 99483 99485 mrm_201210.lcm
99483_210212_H72¥é.lcd
3,00 /(x1,000,000) I - TIC(Ha1
is.ms,sse
{
1
2,00
173119/ 16513145
| [
1.00- lf \\
] /
I'} <‘I‘
000 1 — e e g—r— —— _"“- _’;: r"v hLI T —_————r
0.0 05 10 15 20 2.5 3.0 35 40 45 50

Appendix figure 2-3-4 LC-MS/MS chromatograms at end of exposure.
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Sample ID
Sample name
Vial number
Acquisition date
Inj. Volume
Data file
Method file

1 99483

: 100% exposure level

19

:2021/02/12

05

: 99483210212 H72hA lcd

: 99483.99485_ mrm_201210.Icm

3.00- «1,000,000) o
3,166,666

2,00

99483 210212 H72hA led

[ 11 ermeti——

0.0 0.5 1.0

TIC(+)@1

|

1

1/3.119 /13674744 |

A |

< | .

T T T - v T : —r— : 2
1.5 2.0 25 30 35 4.0 45 5.0

min

Appendix figure 2-3-5 LC-MS/MS chromatogram at end of exposure.

- 35 -



99483

Additional data

BEESTHEES
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1. HESRIE DB~ DES R L

R
AR

A

FRARIFH]
NS

e S5k

2. AW Tl ABR

&

100 mg/L

AR & B AR A L CTHERR

23+1°C
48 HERH

99483

| BRSBTS, BRI L= @A A7 T 7 4 V% — (PVDF, L& 045
um, Merck) TWH| A L7z, 7ok, 7402 —3dH 5 LK) 50mL O
AR TR 21T o T,
Appendix 1 & [FIEE

VAR A R >

" HIERE (mg/L) BT A
48 IRFfF FR12 (mg/L)

alBk-1 0.347

a2 0.370 0.363

-3 0.371

BEH~DVRMEIE: 0.363 mg/L

100 mg/L (2725 X 9 (HEalkl & 55 2 0R A L. 48 BRI #RE, A7

Z v 7 4 )X — (PVDF, 4L£% 0.45 pm, Merck) T4l L Ciifl L 7=k

RO EES LT TEEAR L THARBREEZFHR L,

T 2 H/RBRIX
Bl ML S
BRI L

2

GREBRAEM)~DEE 2> @ 0.100. 1.00 LY 100% X2V T,

BRI

DOYERYEIEE DWE 1T o712, F£T-. BIE~OWBRYE DY AR
DOF®EEZWERT D725, 0.100 2O 1.00% X2 DUV TIXEA 2T L 722w

ARERIRIZ DWW T HllE LT,

<FERAEM)~D R 1 >

BRI A R AR (0-3d) I F5<
(%) AR (%)
1.00 5.5
10.0 16
100 54
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<A ~DEE 2>
BRI S AR AR (0-3d) 12855 <
(%) A RBRER (%)
0.100 0.53
1.00 42
10.0 12
100 44

< PRI T O BB R >

. . HIEMREE (mg/L)
BRI IR A = o
(‘V) (Xd‘Fﬂ'ﬁﬁqu\'—ﬂE&F%)
0
SRR B AR TR T I
0.000219
0.100
(72.3)
0.000303 0000240
0.100 (BEfR7 L) '
(79.2)
0.00175
1.00
(78.9)
0.00222 00021
1.00 (HEfA72 L) '
(98.5)
0.217
100 0.238
(91.1)

BADEG LIRERT - #1550

3. ARRBRSAt:
FRBR X RBRIF & A =R 100, 31.6, 10.0, 3.16
Je O R X
RESHT T T PR A M OE T R 12 S
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. 1.00. 0316, 0.100% (ZAk+10)



