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ALFFRIEICE L CERBRIX T 100 TH o DR BEEREEZIThR Mo T2,
10.5 —MRIEE DOBIZERE R
BB 2 —BRAE O BIZER5 R A Table 4 12777,
SRR CIE, 1 EROAEEROE I ABIEE Sz, RBRREXIZBW T, ERITEZE S
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a) ABRIEDORAE
BRIV T, ZERBAAARE I X L O IBRIR EE X AZ B W TIRAHBH Th o7, ¥
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Appendix 3 (2777,
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Table 1 Survival rate

At end of exposure

1 o0
Nomtmz? Test At each exposure day (%) (%)
concentration
(mg/L) vessel lI-day | 2-day | 3-day | 4-day | 5-day | 6-day | 7-day | 8-day \iz(sﬂell Alf;rgge
A 100 100 100 100 100 100 100 100 100
Control B 100 100 100 100 100 100 100 100 100 1000
C 100 100 100 100 100 100 100 100 100
D 100 100 100 100 100 100 100 100 100
A 100 100 100 100 100 100 100 100 100
100 B 100 100 100 100 100 100 100 100 100 1000
C 100 100 100 100 100 100 100 100 100
D 100 100 100 100 100 100 100 100 100
Table 2 Hatching number and rate
. . Hatching rate until
Nomma? Test Hatching number at each exposure day 5 days later (%)
concentration vessel Fach Average
(mg/L) l-day | 2-day | 3-day | 4-day | S-day | 6-day | 7-day | 8-day | LSD.
A 0 0 15 100
B
Control 0 0 14 ! 100 100+0
C 0 0 15 100
D 0 0 14 1 100
A 0 0 14 1 100
B
100 0 0 = 100 100+0
C 0 0 15 100
D 0 0 14 1 100

Blank expresses no embryo for observation.
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Table 3  Survival rate after hatching and survival index

Nominal Survival rate o
) Test . Survival index
concentration vessel after hatching (%)

(mg/L) Each vessel Average+S.D. Each vessel Average+S.D.
A 100 100
B

Control 100 100+0 100 1000
C 100 100
D 100 100
A 100 100
B

100 100 100+0 100 100+0

C 100 100
D 100 100

Survival index: Hatching rate (until 5 days later) X Survival rate after hatching/100

Table 4 Observed abnormal response

Nominal Result of observation at each exposure day
concentration (Left column: Total survival number, Right column: Symptom detail)
(mg/L) 1-day 2-day 3-day 4-day 5-day 6-day 7-day 8-day
Control 60 N 60 N 60 N 60 N 60 N 60 . CV(l) | 60  CV(1) | 60  CV()
100 60 N 60 N 60 N 60 N 60 N 60 N 60 N 60 N

N: Normal (No abnormal response), CV: Curved body
Value in parentheses expresses the number of individuals that showed the symptom.
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Table 5 Dissolved oxygen concentration of test solution

910292

Nominal 2-day 5-day 7-day
concentration | 0-day 8-day
(mg/L) Old | New | Old | New | Old | New
Control 8.6 8.0 8.4 8.0 8.9 8.2 8.3 8.4
100 8.6 7.9 8.2 7.9 8.5 8.0 8.1 8.2
Old: Before the renewal
New: After the renewal
Unit: mg/L
Table 6 pH of test solution
Nominal 2-day 5-day 7-day
concentration 0-day 8-day
(mg/L) Old | New | Old | New | Old | New
Control 7.8 7.7 7.7 7.4 7.5 7.7 7.7 7.7
100 6.6 7.3 6.5 7.4 6.5 7.5 6.5 7.6
Old: Before the renewal
New: After the renewal
Table 7 Temperature of test solution
Nominal 2-day 5-day 7-day
concentration 0-day 8-day
(mg/L) Old | New | Old | New | Old | New
Control 259 | 26.1 262 | 26.0 | 25.8 | 26.1 26.0 259
100 259 | 26.1 262 | 26.0 | 258 | 26.0 | 26.1 259
Old: Before the renewal
New: After the renewal
Unit: °C
Table 8 LOEC and NOEC
LOEC (mg/L) NOEC (mg/L)

100

- 14 -
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Chemical characteristics of dilution water (Sampling on July 5, 2022)

Parameter Unit Results Determination limit
Total hardness (Ca, Mg) CaCOs mg/L 42 1
Suspended solid mg/L <1 1
pH - 7.8 (26.2°C) -
Total organic carbon mg/L <0.5 0.5
Chemical oxygen demand mg/L <1 1
Free residual chlorine mg/L <0.02 0.02
Ammonium ion mg/L <0.1 0.1
Total cyanide mg/L <0.05 0.05
Alkalinity CaCOs mg/L 42 1
Electric conductivity (25°C) mS/m 16 0.1
Total mercury mg/L < 0.0005 0.0005
Cadmium mg/L <0.001 0.001
Chromium (VI) mg/L <0.01 0.01
Lead mg/L <0.001 0.001
Arsenic mg/L < 0.005 0.005
Iron mg/L <0.01 0.01
Copper mg/L <0.001 0.001
Cobalt mg/L <0.001 0.001
Manganese mg/L <0.005 0.005
Aluminum mg/L 0.05 0.02
Zinc mg/L <0.1 0.1
Nickel mg/L <0.001 0.001
Silver mg/L <0.0001 0.0001
1,2-dichloropropane mg/L <0.002 0.002
Chlorothalonil mg/L <0.001 0.001
Propyzamide mg/L <0.0008 0.0008
Chlornitrofen mg/L <0.0001 0.0001
Simazine mg/L <0.0003 0.0003
Thiobencarb mg/L <0.001 0.001
Diazinon mg/L < 0.0005 0.0005
Isoxathion mg/L <0.0008 0.0008
Fenitrothion mg/L <0.0003 0.0003
EPN mg/L <0.0006 0.0006
Dichlorvos mg/L <0.001 0.001
Iprobenfos mg/L <0.0008 0.0008
PCB mg/L <0.0005 0.0005
Boron mg/L <0.1 0.1
Fluorine mg/L 0.1 0.1
Sulfate ion mg/L 17 0.5
Chloride ion mg/L 13 0.2
Sodium mg/L 13 0.2
Potassium mg/L 3.5 0.2
Calcium mg/L 12 0.1
Magnesium mg/L 2.9 0.1

- 16 -
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. ARBRIR ORITALERE

PR L7 A2 T O FFERE L IIMEEKEKTEREARLC, k7 a~ 777 4
—— & T NEESWE (LC-MS/MS) 3B Z23Hsl L7,

. WERE O E RS

a) EEGE
KIEBITEDHINEZ TR T D T2 DI, o) DEEMEEIK & RIARIZFHEL L 72 0.0200,0.100,
0.200 K TN 0.400 mg/L @ 4 & & OFEEWERRHR & TR (e Z3RIEIC L A [ElR=C:
Y=aX+b, Y : I0E®E, X BRWERE) Z{EK Lz, FOME, /rv T4k
DY — 7 HAE & PR L0 ER L 7o R OMBIREL » 13 0995 L ETH Y, Y1H b
DOHFHEIIINE B DR KMED SHUNTH 7= Enh, RERIIFUSZ@EiET 5 E
Bremzp L, BB OERIT 1 RE ORI %2 F O 7 i &L T1T - 72
(Appendix figure 3-1 ZM) , £7=. LC-MS/MS Bt O HriIc > TH bz 7 v~ b
7Z I (—Hl) % Appendix 3 IZ/RT,
BRI T ORI E O ERE TR (LOQ : limit of quantification) 1%, & &M HERR
AT HPH T ORERERIR OFARIREE (0.0200 mg/L) & L7z,
b) st aetE

B’ AR WRIk7 v~ 7o 7 —BHa&ohit (EsE S LCMS-017)
k7o~ 777  Nexera X2 (B HERAERT)
B Es ATt LCMS-8060 (B HERAERT)
VAZa Ny LabSolutions LCMS (B HERAERT)
k7 u~ 75 7%
VIR AN L-column2 ODS
(150 mm x 2.1 mm IL.D., K755 pm, L= WEFEMMFICEERE)
7T N 40°C
VRN A (20%) : MK/ ZEE (1000/2 v/v)
B (80%) : A% J—/L/EF (1000/2 v/v)
o 0.2 mL/min
HEARE 1 uL
H B TR SR
A FAklE T L7 hr A TS L—A A Abik (ESD
A A EA A
i 5 BINSE=4%Y 7 (SRM)

- 18 -
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WEA A

TV h—=Y—AFy | TaFs bty [a)VaryzprF—
(m/z) (m/z) (V)
154.1 108.1 21

A B =T x4 ARE 300C

DL {&JE 240°C

27 T7AF—H A& 1.50 L/min
RIAA 77 Ajige 10.00 L/min
) AEYEVAK O FHTL K O BRI FE O F

HEEARUEE 10.0 mg 2 AT KOVA TIEREIZIZND &0 | BEERN A 1 5FEH L
RBMUK ISR . 100 mL IZEZR LT, 100 mg/L OHBRWERRZ T Lz, Zhzi
FIATHAR L T 2.00 mg/L OHERYETRIR A2 R Uiz, Tz BdEEKEKTHRL T
0.200 mg/L DOREHEFRIR 2 L 7=,

LC-MS/MS &k} i OBBR Y B e FE 13, BRI M OV LC-MS/MS BBt 7 e~ R 75
AETHELNDE—TEMEAE L, AR L TR,

3. HERE R
BRI TR O W BRI R ORI ERE R & DL FIORT,

Appendix table 2-1 Measured concentration of test item in test solution

Measured concentration (mg/L)

Nominal (Percentage of measured concentration versus nominal concentration %)
concentration 2 days 5 days 7 days Time-
(mg/L) At the At the ohted
m
s start | Old | New | Old | New | Old | New | end | o8¢
mean
Control <LOQ | <LOQ | <LOQ | <LOQ | <LOQ | <LOQ | <LOQ | <LOQ
99.5 104 94.2 108 107 107 107 105 103

100

(99.5) | (104) | (94.2) | (108) | (107) | (107) | (107) | (105) (103)

Old : Before the renewal
New : After the renewal
LOQ : 0.0200 mg/L
The time-weighted mean is calculated by the following expression:
[2(Co-C2g)/(InCo-InC2g)+3(C2s-Csg)/(InCas-InCsg)+2(Css-Ce)/(InCss-InC7g)+HC7s-Cs )/ (InC7s-I1nCg) /8
where
Ch : The measured concentration at n days
InCy, : The natural logarithm of Cy
E : Before the renewal
S : After the renewal
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9000000 -

~ 6000000 -

Peak area (

3000000 -

O |
0 0.25

Concentration (mg/L)

y=19767031x

r=1.00
Concentration Peak area
(mg/L) (-)
0.0200 375998
0.100 1895854
0.200 3935824
0.400 7936783

Appendix figure 3-1 Calibration curve of test item for analysis by LC-MS/MS.
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Sample ID
Sample name
Vial number
Acquisition date
Inj. Volume
Data file
Method file

: 910292

: Standard solution 0.200 mg/L
21

: 2023/01/25

1

- 910292 230125 S02.Icd
: 910290 910292_mrm_230124MS17.lcm

910292 230125_S02.lcd

2.00-(x1,000,000) TIC(+)@1
2,116,666
1.00-
1/1.609 / 3874186
00— B
00 os 1o s 20 25 30 35 40 45 50
min
Sample ID 1910292
Sample name : Control
Vial number 122
Acquisition date : 2023/01/25
Inj. Volume 01
Data file :910292_230125_HOdZ.lcd
Method file :910290.910292_mrm_230124MS17.lcm
910292_230125_HOdZ lcd
2.00-(x1,000,000) TIcH@ai
12,116,666
1.00
<LOQ
0.00 - — '
00 05 10 15 20 25 30 35 40 45 50

Appendix figure 3-2-1

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

: 910292
: 100 mg/L exposure level
0 23

: 2023/01/25
1
:910292_230125_HOdA.lcd
:910290.910292_mrm_230124MS17.lcm

910292 _230125_HOdA.Icd

2.00-|(x1,000,000) TIcH@1
12,116,666
1,00
1/1.604 / 3856556
0.00 —
N ; — , — S —
0.0 05 1.0 1.5 20 25 3.0 35 40 4.5 50
min

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

- 23 -



910292

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

: 910292
: Standard solution 0.200 mg/L
1
: 2023/01/27
1
:910292.230127_S01.lcd

: 910290910292 _mrm_230124MS17.Icm

910292_230127_S01.led

2.00-/(x1,000,000) TICH@1
2,116,666
1.00
1/1.665 / 3741844
0.00 - T k ]
00 05 1.0 15 20 25 3.0 35 a0 45 50
min
Sample ID 1910292
Sample name : Control
Vial number 12
Acquisition date : 2023/01/27
Inj. Volume 1
Data file :910292_230127_H2dZ_old.lcd
Method file :910290.910292_mrm_230124MS17.lcm
910292.230127_H2dZ_oldlcd
2.00-/(x1,000,000) TICH@1
12,116,666 gk
1.00-
<L$Q
0.00
00 05 10 15 20 25 30 '35 4o 45 50
min

Appendix figure 3-3-1

LC-MS/MS chromatograms at 2 days after exposure (before renewal).
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Sample ID
Sample name
Vial number
Acquisition date
Inj. Volume
Data file
Method file

1910292

: 100 mg/L exposure level

03

1 2023/01/27

1

: 910292 230127_H2dA _old.lcd
:910290.910292_mrm_230124MS17.lcm

910292_230127 H2dA old.lcd

2.00-/(x1,000,000)

~ Tic(Het

2,116,666
1.00
‘ 1/1.661 / 3882563
\
| [\
0.00-————— — 1‘/ med
e e . —— , ;
0.0 05 1.0 15 20 25 3.0 35 4.0

4.5

5.0

min

Appendix figure 3-3-2 LC-MS/MS chromatogram at 2 days after exposure (before renewal).
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1.

TR T 7o AEEEUR

ATy (rv b5 TPK9174)

2. WRERWE DO FER K~ DR R
BRI E DFERH K ~DOVAEMREE X B AT 100 mg/L LA _E &Il & iz,

3. BT iR

910292

3.1 TAradBR
R T A bk GE3 R, 2 BE721E3 B 2 &ITHK)
AR AL 15 fEfA/FRBR A 25
HE 2 3#/5RER X
FRERR & #9 50 mL/ABR R
AR TR A 100 mg/L (272 5 X 9 I fialalkl & B K 2 1A L. #idk L Ciafi
SEHBRFEREZEOEEE L ITHBAKTHEEAR L TR
SRk 2 S LTz,
53 HT FRBRIE T OB E IR EE DORIE ZAT > 72,
<HEEM~ORE (CEHE) >
e | R SR () igg degeipe | PSR
(mg/L) (%) [#%% 5 H% £ C] (%) (ZREEHE T IRF)
xFHR X 100 100 100 100 -
10.0 100 100 100 100 -
100 100 100 100 100 -

SHERDBE SN D01 T & IR

100 mg/L OaERIK OIRAEIZ,

=ik

<FABRIE T ORI B R >

HIERE (mg/L)
R e e
(R R% EIR L %)
(mg/L)
F: TR PR AR #5 3 A% (Bukan)
10.9 11.2
10.0 (109) (112)
111 109
100 (111) (109)
4. AEBRSAM
AR [X RETRE L LT 100 mg/L (FREERER) K O HRX
FRiE 720 HoubksC GE3E, 2 HE/IE3 B I &I2H#K)
REEHT FFEPHLARE, BUKRAITHE & OB TR E
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