CERI

S 662-21-E-9865

RS 99865

AR o F

%7V ) —)V®D Raphidocelis subcapitata % F\ ™ 2% FeEA K BHE R

2022 4 3 A

— R A NE W E AR FE R A
NS S



® N AW D=

10.

11.

99865

ZE R et 4

BB TR B ettt ettt ettt a ettt ettt ettt et et et et et ea et 6
L B T oottt et e et et e ettt et s e eeeen 6
8.2 BRI R et r e 7

0.1 BT Mottt ettt aee 7
9.2 FRBREEE L TEEE oo 7
9.3 FRBRIEDFHILIE oo 7
9.4 FRBRZEME <.ttt 8
9.5 BRI OTHITE cooeeeeeeeeeeeeeeeeeee ettt 8
0.6 FEFE D T oot 9
9.7 FRBR D AT ZINE <ot 10
9.8 ETMELID AU N oo 10
FRBRAE FL L TN ER oottt 10
10.1 FRBRIE DBLEZ R OVHITETE T oo 10
0.2 ErC50 woveeeeeeeeeeeeeee e 10
103 FRBRX TOARMRR, AMIBIZAEF LT NOEC ..o 10
104 FRBR D AT ZNNE oot 11
105 5 B 11
R DM R RIE LT E DIV DBREE R oo 11



Table 1
Table 2
Table 3
Table 4
Table 5
Table 6
Table 7

Figure 1
Figure 2

Appendix 1
Appendix 2
Additional data

99865

PH Of teSt SOIULIONS......eiiiiiiiciieeciee ettt e e s e et e e ser e e esbaeeseeeas 12
Culture temperature and light intensity in inCubator...........c.ccceevvvevienieseecne e, 12
Value of biomass at €ach timMe ...........cceiirieiirieeceeeee e 13
Growth rate and growth inhibition rate ..........c.ceveevieiierieiiecie e e 14
EiCs0 and NOEC ......coiiiiiei ettt ettt ettt st 15
Result of statistical analySis .......c..ccvveiiiiiieiieiieiiesee ettt er e veeree s 15
Variation of growth rates in CONtrol...........ccccvevieiiiiiiieiiiceeceeeeee e 16
ConcentratioN-TESPONSE CUIVE .......c.everererrrrreressssssesesesesesessssssssssssssssesesesesesesesssssssssssssnns 17
GIOWLER CUIVE ...ttt ettt et st st eae e 18

T 55 0 I FEE DR T8 5 1 R OV S
BERLE N e~ 7T A
Pl R BRS H



99865

. xR H

F X7V ) —)v®D Raphidocelis subcapitata % A\ 5 EFAA KB E 7R
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7. E O

PR

FX 7Y ) —u
R H 1Y

Z X7V ) —)v® Raphidocelis subcapitata \Zxf9 5 EKHEREBR 21TV, 0-72 KEf 0
50% A RHERE (ECso) M URANHERZERE (NOEC) &R D,
AERVE

P EE AR DR FIEICHOWT) CERK 23 423 A 31 B, EEFR 0331 57 5, F
% 23+03-29 BLRHE 5 5. BRIEFESS 110331009 = ; K iE SFI24F 11 A 5 B, 345
1105 25 2 7=, 20201015 855 1 5. BRIRAEFEE 2011055 %) (ZED D a4 RIHFAER

BRI
AR A Raphidocelis subcapitata
AR X BRI S A= & LC 100, 31.6, 10.0, 3.16, 1.00, 0.316% (2

HA10) @ 6 BEEX GAERE L LT 69.6, 19.7. 6.19, 2.03,
0.646. 0.203 mg/L) & ONkHHRIX

AR O3 100 mg/L (GX7E) 1272 5 & 9 ITfFEEL & OECD Kith 2 1R &
48 BEIFREE L7218, AT T 7 4 W E —Tl| Al Lfa)%ﬂ%
U 72 5K 2 BV CRi Y

g i BEmlR & 5 553 (K9 100 [E1/57)

2 i 1 72 W

K 6 H/KTHIX (N 7 7 F w7 v RHE RN 1 3R A 2 Rl i&ek i)
3 8L/ R FE X

BRI 5 600 mL/xf X (100 mL/ARERZA %)

300 mL/GRBRIEFE X (100 mL/GRER A #5)
(R 7 7w REIERIZ 100 mL/5 BRIX Z BIRR E

BEEIRE 22.6~22.8C

JETRIE 90~93 pumol/m%/s

AW EORIE Tl e 3 P

PR EREE DOWIE  HPLC V5 (FRFEBRAAEG I O T 1)

Br i~ DL (23+1°C) 67.7 mg/L (Takk COREM)
ECso (E:Cso) >69.6 mg/L

NOEC (A R#E 0-3d) 2.03 mg/L

(ECso J O NOEC I, {5 i BE oD e [N B PR L S 5 < i)



8. RBRAIE
8.1 HERWE
a) HME

4 X7 ) —)v
CAS &7 2465-59-0
b) %
i
0
HN N\
N
0~ °N N
53+ CsH4N,O
o 152.11
o) HEEEE}
BB B 98.8% (HPLC)
e E Thermo Fisher Scientific K.K.
7y hE S 10146366

BeBRIE OIS IX 100% & L CTHY $o 7=,
d) WEALFAMEIR

fa >300°C

S8 AR
e) PRESRM

SEIRRFITRE LT,

) Bk EorER

FR, v 27 REODPRROCAREER L, BE.,

99865

H ~ O K& O 2k 1 72,



8.2

9.1

9.2

93

99865

R
Fil Raphidocelis subcapitata
YRR OF R TARNIA RTA RSN TS
AFH American Type Culture Collection
ANFHRE S ATCC 22662
AFH 199546 A 30 H
ANFZOEH YR i ER C B A IS AR 2
R OB BMEOMEGE BN SEY BT X 2 B A R AR & i
BT OT —# %L FIORT,
FLUEWE - s U A
(RERME, v v &S YLF1267, & L7 AV A
FGHE)
Fhi M 202242 H 14 H~2 A 17 H
E:Cso (0-3d) : 1.4 mg/L
ZOEIFSRBRIERICBIT DNy 7 T T RT—2OHE
PN D2 YR 72 £ 0.99~1.4mg/L (n=10) ] TH - 7=,
Bk D i
B My
ARS8 M OABR I | RSBk CTHSL L 7= OECD 55# (OECD TG 201 ; March 23, 2006) %
iz,
Component mg/L Component mg/L
H;BO; 0.185 CuCl,-2H,0 0.00001
MnCl,-4H,0 0.415 CaCl,-2H,O 18.0
ZnCl, 0.00300 NH.CI 15.0
FeCls 6H.0 0.0640 KH,PO,4 1.60
Na,EDTA - 2H,0 0.100 NaHCO; 50.0
CoCl*6H,0 0.00150 MgCl,- 6H,0 12.0
Na;MoO,+2H,0 0.00700 MgSO;4- 7H,0 15.0
R B OV
BRSO 300mL AN 7 ARM=AT7 T 2a @KMEDOTY 2t )
BRARALE SRR AR R & O B5#8%  LP-0.7LEDSS
(AARER SRR, B2 SIN-008)
FRERIE O B

100 mg/L (BX &) 12725 X 9 1EEEE (0.100g) &85 (1000mL) ZEA L7 H D
HRXITAT 4y T AL =T =280 48 Wi L 7c%,. A7 77 1)L % — (PVDF,
FL#Z 0.45 um, Merck) TG A L7c AR AR & L7, FARAZRN TR EORER
JR & RHRIX & R OMEE 2 U7 2R G L, $ifh U CRBRR 2 8L L, 2 BRA g
DEILTz, BBREIRERFE 100%XKIC O W TERBRERE T O R Bk E Lz, 728,
T 4N —1TH 5 LK) 50 mL OFRBRIE TR AT 72,

-7 -
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BEEHR & 9 £52& (K9 100 [=1/47)

72 B

RS AR E LT 100, 31.6, 10.0, 3.16, 1.00, 0.316% (2310
)

TFAR BB 50 & FRBIRE R VA 2 IR E LTz,

T RS B & Additional data (27T,

FRER IR & AR O FHRULEE 2 U 7= e & & £ 2V B i

6 H/XHRIX. (N 7 7T w7 RREERIC 1 5B gR % BIREE)
3 /AR R X

600 mL/*F X (100 mL/ARERZ 2%

300 mL/ARERIREE X (100 mL/ARBR A #S)

(R 7 7Z o FRIERIZ 100 mL/&HHE X & 5@ E)

R BRI O A e 25

ERRE(E
i

EEE

BN OWE

a) BMEHOERS
HETH H
I E AR

AlEEEIES
H7E R e

b) BRI D IRRE

AGRER & RBEDO ST 2022 421 A 15 H~20224F 1 H 18 HE T3
HIETATER 28 L 72 S O MR 2 3H 8 L. 3BRIE b o A B 3 2 23
0.50x10% cells/mL (272 % K 5 I[ZFRBRIRICHERE L7z, AiEFERIZ OV TR
AT R BB A BIZE L AT RE B OMa A W2 & 4
R LT,

BEFEBRIEIC 0 El U7z (RS TR

21~24C (F2°COZBhiE)

400~700 nm DR FEIE TR EM 90 pmol/m*/s (R EED+20% LA
AIEE15% DAL EE) (CFHEE L 72 LED #0EATIC & % e iR B

A GRRRE)

RERMGH 24 BRI L (No 7 7T v r REERICRE L -3 E
ROT T U IEERE L, 7T U HIE%E Eh)

B TRRCARBRIXIC o & | B AR

A= H =T A= 72( Ry e a—)H— RS CC-006)
WAf%%  ECLIPSECi-L (==Y)

T TR DHAGI K OV T | 812
c) BRIK DK K O RiE R b

pH

AR L0 R L U CIIE  (F R B ARIF)
FHBRXIC o & 1 RAS 2 E (BRI T )

B AL ENIR L K OO TREE

B e

REEDAMARE, 25 1 HR. 25 2 HR M OREK TRICHIE
pH & HM-21P CRELT 4 —F7—7—)
AT A RIS F
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JtE1-FF  LI-250A (LI-COR)
d) BRI O PER Y E =
B FeilR BRARIE B O T IRE
Bk 71k AR L0 BIEEL (FEEP AR
FRBR X OB DY E BRI LIRS (FRE& T

HEIRERE Y BE (3000 tpm, 10 43E) (ﬁﬂkn#@ 2% H)
PR 10 mL (REBBILARE © SRERX)

6 mL (FRERHKETH : 2RERX)
HIE T7 14 Appendix 1

9.6 FIROHM
il R D SR 13 2R FE 0 R L E U 7 R oD SR T i FEE D IR RN B S A5 %
Ay
a) PLERORESE
BRBRX DLW EOYEHEEZRFRIIC LTy b L, AR EZER LZ, £72,
AR A i U CHERAZ R M L7,
AR R OD g
FEEBIFITHEITE L T D & X OAERHE TRAUTHE > THE LTz,
_ InXj-InXi
M= ot
ZZT
wii = ti KB ¢ FE COMMOARHE, AY2Y @) TET,
X =i poEYE, WEREGE (1) OEWEITREMZ HVviz,
Xi =t ORI EY &

ti = ZFEBRAMGTR § [ FICAEYREZNE LIZRRE (@)
tj = ZFEBRAMGTR j [ B AR 2 NE LI2RRE (@)

ECso X O NOEC OFHIZ I W Ti, BB D 72 FE#% £ CoOZHZE MM 2@ T
TeAEREE Z RO T2, SRXIZOWTE, RBOAMMEZR 5720121 BZ LE0ARE
HE RO,

FRERE X (T 61T D AR P R 3o FRIX 0D 4838 0D S 45 A Rl B DSl () & 3B
REX CTOZBEOFELERBE (ur) & OROEZRNUHE> THIELIZME (1) &L
770

L= % 100

HUe

b) ECso DA
PR FEHIPH T 50%LA EOFERNEG LN o772, ECso 1T >l mik |
EFRIR LT, ARMEIZ XKV RDTZ ECso 13 ECso & Rk L7z,
¢) NOEC DFf
ARHEIZOWT, Bartlett ¥ & 250 BURIE 21T - T2 A 5% A K YETHIH
MR BV Do To T D A BRI L IX & % HRIXIZ DU T Step-down Jonckheere-Terpstra
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trend test (Z KV AEEMEZIToTo, AEEREIZ= 7 B/LHE 2012 for Windows
ver.1.16 & IWTHENE L7z, A EEREM LK R R A LZE L. NOEC &7
L7,
9.7 HREROFME
a) RRXIZRIT DEEOAR T 72 FRRI%IZ 16 5L E TR UL 72 5 7euy,
b) RHXIZET 5% A OEREE O EERED BN 28 U T 35%% 2 Tidk
BV,
c) FHRXITIIT D0 K U OA RHEOZEBREN 7% 4 B2 TIER 50,
9.8 HfEDHHK
BAEDOFLD J7 1, JIS Z 8401 : 2019 HH| B (ZhE~ 7=,

10. B R L OB
UIF ORI BT 2SR 1, sk A3 (100, 31.6, 10.0, 3.16, 1.00 KO}
0.316%) (ZH1F 2 MIE R ORFRINEFEIE (69.6, 19.7, 6.19, 2.03, 0.646 & T* 0.203 mg/L)
T
10.1 FRBRIE OBLZE S OVIITE RS A
a) FERIK D IRTE
AR L X TIXRE LRI OEY Th o 7o, BB TRHTITMR O LY
69.6 mg/L X CILHE iR, 19.7mg/L X Tidd LWk, Z O o iR BRIE E X Cldik

B2 LT\,
SHRX CIIREPRRFIIRAEH CTH V. HEK TR OBGEIC K 0 e %
2L Wi,

b) REAE DONKE & O FRFEERBE
FRERHK D pH % Table 1, B85 E VIR M OYEHRE 4 Table 2 12787,
AR D pH 1% 7.7~8.0 Th o7z, HERILENIREL T 22.6~22.8°C, JHREEIX 90~93
umol/m%*s Toh > 7=,
c) BRI T D LER Y L e T
PeBR W R DR E T 1E K O R % Appendix 1, BMEREL N7 n~ /T L%
Appendix 2 (2777,
BE U 7= BRI P OB BR Y B P 1 X2 BB B AR CTlE 0.197~64.0 mg/L, K& THRET
1%.0.209~75.6 mg/L T V. BHIARHREEIZ X LT 97.9~118% T > 7=,
102 E.Cso
KR COEY B % Table 3, AR EE K VAR E#R% Table 4, E.Cso % Table 5
R, F7o. BE—ARERMR A Figure 1 (2”7,
AR Lo TR L7 #EBRE @ ECso 13>69.6 mg/L Th o7z,
103 HHBRX TOARMKR, MIBIEHE S & OV NOEC
NOEC % Table 5. HEZAMRER I % Table 6, AR % Figure 2 1277,
69.6 mg/L X TIEHENRD bNIeb DD, st BIEiEAZ R LTz, 19.7 2T 6.19 mg/L X
TRV EDREO DN b OO EIEEZ R L, 69.6 mg/L LV mWEEEZ R LT, &

- 10 -
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DA DFERGE L XTI RN WER 2R LT,

DU OB RIT 2 TR IBX E DI ESS b D TH D, 69.6 mg/L X TlE—HB
/N U T MIRR S - B LTz, & O OFRERIR FE XTI X & AR Th > 7o, xHRX T
BRI N oz,

ARHEIZONWTHBEEZMEZIT > To/ER, 69.6, 19.7, 6.19, 2.03 X 110.203 mg/L X
IZBW TR BBEEZNRD Bz, 2.03 &0 0203 mg/l K TIIAEENRBD BN
b0, EHRFERL 2.3 L 2.6%E FBREDIKMETH Y | B LRFERICHEHES
B BN o7, £720.203 mg/L KO—> ED 0.646 mg/L X CTIFAEZEITRD b
Mmote, LoT, MEBERAEREERE L, ARFHEIZIIT 5 NOEC 1% 2.03mg/L & i L
72

104 HEROH M
a) XRXIZBIT 4R
KFRXIZ 36 1T 2 B D A R LR T R Tt B 2 7= L7 (Figure 2 1),
TR TR AR D 90 {504 | (Table3 ZHR) (CHAGE L. AhERYE (16 fi5L4
b oOHESE) AT L Cue,
b) XHXICEIT 5 HMAEREE
KXIZH T 2 B MAREE O ZEEREIL 4.3% (Table7 ) THO . Ao
FUE B5%ZBAZ IR 572\ Zfi- LT\,
c) FHRXITIST D0 i UK O A4 R
KTHRXAIZ 3T 240 K UM OE Bl E O ERENT 1.4% (Table7 ) THO | H
hHEFETE (7% 22 TiXe b)) ZiHz LTV,
105 & %

ARBR TR E DB~ D VIR EELL T TORBAEMITH T 2 BB 2RO LB L L
TITo T2, TOFER, ECso 13>69.6 mg/L, NOEC (% 2.03 mg/L T&H ~7=,

NOEC 22\ T, Eﬁﬁﬁ_owfﬁf%@m%ﬁotﬁﬁ:un&@ommmmE
IFEEENRD LN OO, EHHERIT 2.3 KO 2.6% & FREDIKETH Y |
E&m%$_mgm%iﬁ%h¢\itmnmn@LE@#oL@ammmmEfiﬁ

BEAITRO bR o 772, NOEC 1% 2.03 mg/L & HWr L7z,

FRERAE TIRFOMIABIZIZ BV T, 69.6 mg/L X TlL—5/ ML L7z Mifla A b iviz, 4

HRER O HAERBERIT 18%ThH D Z b, M ROMBEE T SO RENRH -
TERIREMER B 2 DD,

FRERI 1 D YRR L L B 1 X B AR IR FE D 80~120% 2 f% 7, F7-. RBRERBISM b
UIRFEHANTH o722 e n, RBITRBIEICEL L DO Th o L a5,

11, BBRAER OIS 8% RUE LTt & B b S B
U A5 T,

- 11 -



Table 1 pH of test solutions

Measured pH
concentration ®

(mg/L) At the start At the end

Control 7.8 8.0

0.203 7.8 8.0

0.646 7.8 8.0

2.03 7.8 8.0

6.19 7.8 8.0

19.7 7.8 8.0

69.6 7.7 8.0

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

Time At the start 1-day 2-day At the end
Culture temperature (°C) 22.8 22.7 22.7 22.6
Light intensity (umol/m?/s) 91 93 92 90

- 12 -
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Table 3 Value of biomass at each time

Measured Cell concentration (x10* cells/mL)
concentration | Vessel b
(mg/L) 0 hours 24 hours 48 hours 72 hours
A 0.50 2.2 9.5 48
B 0.50 23 9.8 50
C 0.50 23 11 54
Control D 0.50 2.2 9.3 45°¢
E 0.50 2.2 9.5 45°¢
F 0.50 2.2 10 49
Mean 0.50 2.2 9.8 48
S.D. 0 0.049 0.46 3.2
A 0.50 2.1 9.5 43
B 0.50 2.0 9.7 41
0.203 C 0.50 1.9 9.3 46
Mean 0.50 2.0 9.5 43
S.D. 0 0.097 0.16 2.6
A 0.50 2.1 9.4 44
B 0.50 2.2 9.9 48
0.646 C 0.50 2.2 9.7 52
Mean 0.50 2.2 9.7 48
S.D. 0 0.011 0.26 4.0
A 0.50 2.1 8.8 45
B 0.50 23 9.4 42
2.03 C 0.50 2.0 9.2 43
Mean 0.50 2.1 9.1 43
S.D. 0 0.13 0.30 1.2
A 0.50 1.9 8.6 35
B 0.50 2.1 7.7 35
6.19 C 0.50 1.9 8.2 35
Mean 0.50 2.0 8.2 35
S.D. 0 0.12 0.41 0.12
A 0.50 2.0 7.4 28
B 0.50 2.0 7.1 29
19.7 C 0.50 2.0 7.5 30
Mean 0.50 2.0 7.3 29
S.D. 0 0.036 0.22 1.1
A 0.50 1.7 59 21
B 0.50 1.9 6.2 21
69.6 C 0.50 1.8 6.3 21
Mean 0.50 1.8 6.1 21
S.D. 0 0.12 0.21 0.17

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

¢ : The minimum cell growth in the control (biomass at the end of exposure / biomass at
the start of exposure)
45/0.50=90

- 13 -



Table 4 Growth rate and growth inhibition rate

Measure.d Growth rate Growth inhibition rate
concentration | Vessel
(mg/L) (0-34d) (%)
A 1.52 -
B 1.53 -
C 1.56 -
Control b 150 i
E 1.50 -
F 1.53 -
Mean 1.52 -
S.D. 0.0217 -
A 1.48 2.8
B 1.47 3.8
0.203 C 1.50 1.2
Mean 1.48 2.6
S.D. 0.0200 1.3
A 1.49 1.9
B 1.52 0.0021
0.646 C 1.55 -1.8
Mean 1.52 0.036
S.D. 0.0277 1.8
A 1.50 1.7
B 1.48 2.8
2.03 C 1.48 2.6
Mean 1.49 2.3
S.D. 0.00908 0.60
A 1.42 7.1
B 1.41 7.2
6.19 C 1.41 7.1
Mean 1.41 7.2
S.D. 0.00116 0.076
A 1.34 12
B 1.36 11
19.7 C 1.37 10
Mean 1.36 11
S.D. 0.0125 0.82
A 1.25 18
B 1.25 18
69.6 C 1.25 18
Mean 1.25 18
S.D. 0.00271 0.18

- 14 -
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Table 5 E.Cso and NOEC

ECso (mg/ L)

NOEC (mg/L)

> 69.6

2.03

Table 6 Result of statistical analysis

Measured Result by
concentration | Step-down Jonckheere- Statistical procedure

(mg/L) Terpstra trend test

0.203 *d

0.646 n.s.
2.03 *d Bartlett’s test
6.19 *ok Step-down Jonckheere-Terpstra trend test
19.7 *x
69.6 *x

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

d : Although there was significant difference, it was judged that the test item caused no

adverse effect on the test organism. Because the average inhibition rates at 2.03 and

0.203 mg/L levels were low and negligible.

- 15 -



Table 7 Variation of growth rates in control

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

Vessel Mean Staljldé.ll‘d Coe.fﬁ.cient of
deviation variation (%)

A 1.52 0.0849 5.6
B 1.53 0.0795 52
C 1.56 0.0599 3.8 4.3
D 1.50 0.0695 4.6 (Mean)
E 1.50 0.0484 3.2
F 1.53 0.0505 3.3

< Variation of average specific growth rates in replicate controls >

0-3day
Mean 1.52

Standard deviation 0.0217
Coefficient of variation (%) 1.4

- 16 -
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Figure 1

1 10

Measured concentration (mg/L)

Concentration-response curve.
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Cell concentration ( X 10* cells/mL)
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10
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——6.19 (mg/L)
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24 48
Exposure duration (hours)

Figure 2 Growth curve.
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Appendix 1

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

FEE L 72K 2 o R e L, T F 8 LI Tl EAIR L CEERA 7 o~
~2"Z 7 4 — (HPLC) #RBlaiHEL L7~

. R E O E RS

a) EEFIE
KIE B ED B 2 HERR 5 7212 o) DIEYERRIE & RAEICHHERL L 72 0.100,0.500,
1.00 %X T 2.00 mg/L @ 4 ¥ OEHERR 2 AV CRER (B ZFRIEIC X D EYH
Y=aX+b, Y : I0EE, X HRWEIRE) Z{EK LTz, ZORR, 7u~v 7 AL
DY — 7 HFE & PRI X U AER LR ERROMBIFREL » 1% 0995 L ETHY , Bl b
DAEHEITISE R DR KRIED 5% UNTH 7= 2 &b, BERITF S L2 @B 5E
Bremp L, BB OERIT 1 BE ORI 2 F\O 7= i i B E T - 72
(Appendix figure 2-1 Z88) , £72, HPLC AEOTIC L > TR b7 a~ 7T
A% Appendix 2 (2R,
BRI OHEERYE O E & FIRME (LOQ : limit of quantification) (%, &&ZMENHERS
S MUTZ i PH T OIFERIR D FAKIR A (0.100 mg/L) & L7z,
b) TSRt

B AR R v~ N7 T 7 (BEeEH LC-153)
NV LC-20AD (B EEREAT)
SANTL R AR SPD-20A (BT
BT LA —T2 CTO-20A (SRR
=t V=zrF— SIL-20Anr  (SEHLERT)

YAThay hn—7— CBM-20A  (&EdRUERT)
TH Y- DGU-20As  (JE5HEERT)
Y7 ux=T LabSolutions CS (S HERERT)
IRV L-column ODS
(150 mm x 4.6 mm LD., Ki 7485 um, b2 ERHMMTZER6AE)
715 LR 40°C
TP A(2%) TEF=FUNL
B (98%) : #fi/K/EEE (1000/1 v/v)

oo 1.0 mL/min

HEW R 250 nm

HEARE 10 uL
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) AEYEVEIK O FHTL K O BRI P O F
PEEEUEE 10.0mg 2B 7T KOV TIEREIZIZNND &0 [ 0.5% 7 B =7 KITHEME L
T 10mL (ZEA L. 1000 mg/L DWW E K 2RI L, Thz i TaR LT 200
mg/L OB ERIR 2 L=, S HICINEZMTAIR L T 1.00 mg/L DOEEYERIE
ERE LT,
HPLC 50RO PR E IR 1T BRI M O"HPLC Rkt 7 m~ 7 F A ETHDL
NHE—7mfEa g U, FIFE L TRz,

3. BERS R
BRI DRV E IR E ORI ERE R 2 L TITRT,

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

. Measured concentration (mg/L)
Stock solution ]
rent (Percentage of measured concentration versus that at the start %)
conten
Time-weighted
(%) At the start At the end
mean
Control <LOQ <LOQ
0.209
0.316 0.197 0.203
(106)
0.645
1.00 0.646 0.646
(99.9)
2.03
3.16 2.03 2.03
(99.7)
6.23
10.0 6.15 6.19
(101)
19.4
31.6 19.9 19.7
(97.9)
75.6
100 64.0 69.6
(118)

LOQ : 0.100 mg/L
The time-weighted mean is calculated by the following expression:
[72(Co-C72)/(InCo-InC72)]/72
where
Cs : The measured concentration at n hours
InC, : The natural logarithm of C,
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Appendix 2

MEMRE N7 v~ 7T A
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Peak area (LA U *sec)

45000 r

22500

Appendix figure 2-1

1.25

Concentration (mg/L)

y =20842x
r=1.00
Concentration Peak area
(mg/L) (AU - sec)
0.100 2030
0.500 10223
1.00 20649
2.00 41832

Calibration curve of test item for analysis by HPLC.
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99865

Sample ID : 99865 Sample ID : 99865
\S/?rlr;‘ple Name B gtandard solution 1.00 mg/L Sample Name : Control
ial : Vial# 19
Injection Volume 010 Injection Volume 110
Month-Day Acquired :2022/01/18 Month-Day Acquired :2022/01/18
Data File :99865_220118_S02.lcd Data File : 99865_220118_HOhZ.lcd
Original Method File : 99865-99867default_method.lcm Original Method File : 99865-99867default_method.lem
Acquired by : Chikako Yanagihara Acquired by : Chikako Yanagihara
99865_220118_S02.lcd 99865_220118 HOhZ.led
uAU uAU
10000 BEBA 2500 1o A 250
7500 7500
5000 5000-
1
2500 2500 <L(3Q
0 _,,\ /’J\__‘ . . o \ [J
T T T T T
T T T T T ——] 1 2 3 4 5 6
1 2 3 4 5 mi: min
99865 220118 HOhZ.led
99865 220118 S02.l0d nm
A 250nm ) = - : . .
‘%Eaﬁm‘ﬁak code‘[ (T 4} TR G s (AT 53] ]‘ S &g% Po Peak code [ Tlma (min) Height (12 AU) Area (1 AU"sec) Area (%)
1 37 3 22772 100,
& | [ 3 22772] 100.0
Sample 1D : 99865 Sample 1D : 99865
Sample Name :0.316 % exposure level \S/gylr;‘ple Name : }'100 % exposure level
Vial# 110 1| :
Injection Volume 10 Injection Volume :10
Month-Day Acquired :2022/01/18 Month-Day Acquired :2022/01/18
Data File : 99865_220118_HOWF lod Data File ) : 99865220118 HOhE led
Original Method File : 99865-99867default method.lom Original Method File :99865-99867default method.lem
Acquired by : Chikako Yanagihara Acquired by : Chikako Yanagihara
© 99865220118 HORF lod U 99865_220118 HOhE.lcd
u
10000 ——EEA o 10000 TRHEEA 2500m
7500 7500-
5000 5000+
2500 2500- |
N ° _ ,\ F,/L » " _
_ S » —
I | : , T ; ; i ; s
2 3 4 5 mig min
98802 2201 1. HOhFod §9802 220118 HORElod
A 250nm R 82A 25 o : _
B R ode]Time (i) | Falght (4AU) [ Area (AU sec) | Area (% Feak N"Pe"‘k soda]_ Time {rir). Holt (U AU, T Area(UAU-sec) [ Area %{)ﬁj
I ! 3-75} B s 1000 & | i i 2329] 14711 1000

1
= [

Appendix figure 2-2-1
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Sample ID : 99865
Sample Name : 3.16 % exposure level
Vial# :12

Injection Volume 010
Month-Day Acquired :2022/01/18
Data File :99865_220118 HOhD.lcd
Original Method File : 99865-99867default_method.lcm
Acquired by : Chikako Yanagihara
99865_220118_HOhD.lcd
uAU
10000 TRHZEA 250nm
7500+
5000
1
2500+
o— —— i
MR ‘ ‘
1 2 3 4 5 6
min

99865220118 HOhD.lcd

RHHIRA 250nm
Peak No| Peak code| _ Time (min) | Height (4AU) | Area (4AU"sec) | Area (%):1
1 375 369 B 23130 100.0
“&E 369. 23130‘ 100.0
Sample ID : 99865
Sample Name : 31.6 % exposure level
Vial# :
Injection Volume 010
Month-Day Acquired :2022/01/18

Data File : 99865 220118 HOhB.lcd
Original Method File 19865-99867default_method.lom
Acquired by : Chikako Yanagihara
99865_220118_HOB.Icd
uAU
10000 TRHEEA 250nm
7500~
5000
1
2500
o — N . .
‘ ATE , ,
1 2 3 4 5 .6
min

99865220118 HOhB.Icd
Onm

Peak No|Peak code|  Time (min) |
| 374]

3613

&it | 1 [ 22623|

Height (UAU) | Area ({AU-sec) | Area (%)
3613 22623 100.0
1000

Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File

99865

: 99865
:10.0 % exposure level
113

:10

:2022/01/18

: 99865_220118_HOhC.lcd

: 99865-99867default_method.lcm

Acquired by : Chikako Yanagihara
99865_220118 HOhC.led
uAU
100 HRHIEA 2500m
7500
5000
1
2500
0p— — = - WiAJViiAi Jooe—e
e T T T ]
1 2 3 4 5 6
min

99865 220118 HOhC.lcd

nm
Peak No[Peak code |

Area (11 AU"sec)

Time (min) | Height (11 AU)
374

1 4437
[&& ] I 4437 ]
Sample ID : 99865
Sample Name : 100 % exposure level
Vial# 115
Injection Volume :10
Month-Day Acquired :2022/01/18

Data File
Original Method File

: 99865220118 HOhA.Icd
: 99865-99867default method.lcm

Acquired by : Chikako Yanagihara
99865.220118_HOhA.led
uAU
10001 .
; FRH A 2500m
7500
5000
1
2500
" T
T T T T T ——
1 2 3 4 5 6
min

99865220118 HOhA.lcd
A 250n:

+ m
Peak No|Peak code | Time (min) |

et j

3‘75}

Height (¢ AU) Area (fAU"sec) | Area (%)
4598 29156 100.0
4598 29156 100.0

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

: 99865
: Standard solution 1.00 mg/L
132

:10

:2022/01/21

: 99865_.220121_S02.Icd

: 99865-99867default_method.lcm

Acquired by : Chikako Yanagihara
99865_220121_S02.lcd
uAU
10000 T A 2500
7500
5000-{
1
2500
&4~—¢\( - _
T T T T T
1 2 3 4 5 6

min
99865 220121_S02.lcd
50nm
Peak No| Peak code Time (min) Height (1 AU) Area ( AU"sec) _ Area (%)
1 . 3595 22826 100.0
&1 [ I 3595 22826 100.0
Sample ID : 99865
Sample Name : 0.316 % exposure level
Vial# 134
Injection Volume :10
Month-Day Acquired :2022/01/21
Data File : 99865_220121_H72hF lcd
Original Method File : 99865-99867default_method.lcm
Acquired by : Chikako Yanagihara
99865_220121_ H72hF.lcd
uAU
10000 R ZRA 250nm|
7500
5000-
2500+
1
'
T “
T 1 T T T
1 2 3 4 5 .B
min

99865 220121 _H72hF.led
HRHIZEA 250

Height (£ AU)

nm _
[Peak No|Peak code|  Time (min)
1 37

‘ aat

I Area (¢ AU~sec) Area (%)
4| 734 4761 100.0
[ 734] 4761] 100.0

Appendix figure 2-3-1

Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File

99865

: 99865
: Control
133

:10

:2022/01/21

: 99865220121 H72hZ.lcd

: 99865-99867default_method.lcm

Acquired by : Chikako Yanagihara
99865_220121_H72hZ lcd
uAU
10000 TRH3RA 250nm|
7500
5000-
2500-1 <LOQ
' [
T T T T
2 3 4 5 6
min

99865 220121 H72hZ lcd

A 250nm
Peak. No[Pezk code | Time (min) Height (4AU) | Area (4 AU-sec) | Area (%)
&t [ I
Sample ID : 99865
Sample Name : 1.00 % exposure level
Vial# 135

Injection Volume
Month-Day Acquired
Data File

Original Method File

:10

:2022/01/21

: 99865220121 H72hE.led

: 99865-99867default_method.lcm

Acquired by : Chikako Yanagihara
99865220121 H72hE lcd
uAU
10000 TEHEA 250nm
7500
5000
2500
1
[ — f——f————/\[ N —
T T T T T ™1
1 2 3 4 5 6
min

99865 220121 H72hE led
A 2501

nm ) ~
Peak No| Peak code| _Time (min) | Height (4AU) | Area (4 AU-sec)
1] I 372] 2310 14
[_&& ] [ | 2310]

- 26 -
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Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File

1 99865
: 3.16 % exposure level
: 36

:10

:2022/01/21
:99865_220121_H72hD.lcd

: 99865-99867default method.lcm

Acquired by : Chikako Yanagihara
99865_220121_H72hD.lcd
uAU
10000 HRHIEEA 250nm|
|
7500 |
5000-{
1
2500
o j (_A y \ "
T T T T
2 3 4 5 6
min

99865_220121_ H72hD.lcd
A 2501

nm
Peak No| Peak code| Time (min) | Height (4AU) | Area (4 AU~sec) _ { Area (%)
1] I 372 3636 | 23113 1000
L& | [ [ 3636] 23113 100.0

Sample ID : 99865

Sample Name : 31.6 % exposure level

Vial# 138

Injection Volume 110

Month-Day Acquired :2022/01/21

Data File 1 99865_220121_H72hB.lcd
Original Method File : 99865-99867default_method.lcm
Acquired by : Chikako Yanagihara
99865_220121 H72hB.Icd
uAU
1000 1EHIEEA 2500
7500
5000;
1
2500+
)
0 — ¥ =
AT S S
2 3 4 5 6
min

99865 220121 H72hBllcd
SHI2BA 2500m
Peak No| Peak code | Time (min) |

3.7

__Height (4AU) | Area (1 AU"sec) Area (%)
il ,|f, ,,[,,,7 ,31,, o 3456‘ 22190 1000
&t 3456 22190 100.0

Sample ID

Sample Name

Vial#

Injection Volume
Month-Day Acquired
Data File

Original Method File

: 99865
: 10.0 % exposure level
137

:10

:2022/01/21

: 99865_220121_H72hC.lcd

: 99865-99867default_method.lcm

99865

Acquired by : Chikako Yanagihara
99865220121 H72hCllcd
uAU
10000 ——— A 25001
7500-
5000
1
2500
0 ,_,_\ [,7L — S —
J O T T T T
1 2 3 4 5 6
min

99865 220121 H72hC.lcd
A 2501

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

Height (£ AU)__ | Area (it AU"sec)
4481 28459

3.74 }

1 4481 28459
Sample ID : 99865
Sample Name : 100 % exposure level
Vial# 139
Injection Volume 110
Month-Day Acquired :2022/01/21
Data File : 99865220121 H72hA lcd
Original Method File : 99865-99867default method.lem
Acquired by : Chikako Yanagihara
99865220121 H72hAllcd
uAU
10000 “HREA 2500
7500
5000-| !
2500
oA — - -
T \ [ T T T 1
2 3 4 5 6
min

99865 220121 _H72hA.led
HiZRA 25

Onm
|Peak No| Peak code|  Time (min) | Height (WAU) | Area (4 AUsec) | Area (%)
1 }, [ ~ 373 5481 34496 100.0
&t ) 5481 34496 100.0
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Appendix figure 2-3-2 HPLC chromatograms at end of exposure.
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Additional data

T R R
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1. HeBRYE DEE A~ D IR EE

PR E IR
Rk
B
PEERIREE]
RawbrE

100 mg/L

AR & B 2R A L iR

23+1°C

48 B[

| B ES. SR L7-HEE AL 7T 7 4% — (PVDF, FL£% 0.45

um, Merck) TWHIAB L7, B, 74 VF—iZdH 6 LHF 50mL O
BRI T R T o T2,
< Vi T A SR >
HERE (mg/L) A ST P
SR, BRI
48 AR % (mg/L)
k-1 68.4
aEk-2 68.0 67.7
aEk-3 66.6
BRI~ DEAREE: 67.7 mg/L
2. W T iiER
2.1 ThEaER 1
O 2 JH/7R R X
WIHHI R 0.5%10% cells/mL
I E AR FH s
BRIGHENE 100 mg/L GRIE) 127225 K ) ICHEERGEENT & 5 2R 4 L 24 B4

AT 7 4 )vH— (PVDF, fL£%0.45 um, Merck) TS| A1 L T
B AR L, Bl E AN L CARBRIR AR L, B, 7«
VA =13 5 C K 50 mL ORBRIE T AT - 72,

*1: Tk 1 OB, BE7 AL LR (FeHRE, oy &5
LKLO0890) % Fu 7z,

<HBRAEY A~ 1>

SRR EG 2 AT R AR (0-3d) 1235 <
(%) A REER (%)
0.100 0.86
1.00 3.4
10.0 13
100 20
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99865

HO 2 H/ERER X
PIHAFIIAE . 0.5%10* cells/mL
HIEVE PR FT s
ABRIGHILE 100 mg/L (RE) 12725 X 5 ICHEMRUR & B AR & L 48 IFRESEERTL
AT T 7 4 w4 — (PVDF, fL#% 0.45 pym, Merck) TW¢5| A L Tk
BRIk 2 il L, B CHEEAIR L CARBRR AR L, B, 74
LA —13H 50U K 50 mL ORERIE T 21777,
g M FRERIZ TP ORI E R E DWE Z T T- FT2. FBIE~DOWEBRYE DHL
DIABRZEDOHEL R T 5720, WBRFEIRE A ER 1.00 %XIZ DUV T Ids:
RZ2 I L 72 W BRIRIZ DWW T HHIE LT,
<HERAM~D R 2>
R I A =R AR E (0-3d) 125 <
(%) ERFRER (%)
0.300 1.6
1.00 0.24
100 19
<FBRWE P OBERY E R >
HEWRE (mg/L)
BRI E A = .
Wf ot B A I %)
’ S B BT
0.201
0.300 0.201
(100)
0.636
1.00
(101)
0.631
1.00 0.635
(FefR72 L) (101)
64.4
100 70.0
(91.9)
AR E: 7e L

3. ARERSRA
AR IX

WSy

BRI S A2 100, 31.6, 10.0, 3.16, 1.00, 0316 % (ZAkA10) Kt
it FR X
78 BRARINE J OVE T IRRIZ S0
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