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1.1.2 AR

prres :

118 RERS L OREMOHR

W BRI, UERORBRMEREABBE (RE45M B, WE %%
) PSR Uik, | ; -
EERETHIC, B LB MEORMBRARY M 2RE Lk, BbhEARY ML
EBRPIAINCIE LI AR M L—B LI &2 b, WRMEIRE PEE Th ol &
Utee FAMRIRA Y M BER— 1ITRT,

(4E8) 77—V RN HATLER © Nicolet 8 AVATAR 320 %)

1.2 RBAK

AR L ORBE DICRBY A F 74 VICRS TV SR 2 L, BN
0.22 um) LiebORMEALE, BREFHBES— 21077,

RENA BT A VK, K6 & OTMFRECHEBO p HAR 8.1 525 2 LAREIN TS,
YRR T p HIZ/AKEIL LY 8.0£0.2TH S,

1.3 B4

1) 5% BE A i

2) 24 . Pseudokirchneriella subcapitata

ks ATCC22662

HAFHE - American Type Culture Collection

5)AFR : 1996476 4 20 B

BAFEHOEM : GorhamiFiZ AVVEEANCHECEITE, EHY (W6 » AG) ICHEHREZ L

ST TR, :
DBEEOTER : M (96 » A% WEEWE (E7nisBn) via, REER X5

ERMERREITY, REHORRIEEH T2, '
HEEBIC L D EH U RO 12 RS RREBRE 2R,

ExC50 : 0.826 mg/L (95%{SHEIXMI : 0.778 ~ 0.884 me/L,

RN < 20094E 12 1 15 B ~ 20094 12 A 18 H)
LATF 122000466 A LAFEDErC50 I fE % R T,

ErCE0E{E + EHERE = 0.821 % 0.0828 mg/L, n=20

(B/ME ~ BAIE = 0.687 ~ 0.965 mg/L)
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8) BIHEIE - AL AR ; 2010 1 A 29 H~20104E2 A 1 B
PER & RIS CRIEESE U, REERBRICIEEEMCc A Koo L,

T, BRPRFELRMIROBIIRD bR,

1.4 RRASR L OSEEESERRIEELS

DB AR 300 oL 7 AR=AT7 7 2a (IWAKIEY) CGERMEDT Y a44)
2) BRI« (FESUERTEY AGP-150RLE!
3) SRR - =a 8 ECLIPSE TE300%!
4RI EEEE VAA Y7 A CDA-500%
5) p HEt : HEER TR H-40VEY
6) IREEET : Tasco Japanfl TNA-120%Y
DHETE Apogeedl QMSSHY
Apogeefl QMSS-ELECE
8) E R A T8 AG204%

A bZ—# AE163%!
A hZ—#  AB204-SHY
A T8 PB3002%E!
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2 ik

2.1 HBRGE

AR, THHREFDESICRIAROFECOVWT<EEARMERR, IVraaM
WL ERB R CREAMEERR > (PR 15 4 11 A 21 B EARE 1121002 2, EF
15-11-13 B/ 2 &, BRRAEREE 031121002 B, KETLIE : Eak 18411 H 20 B) L T
EhE L=,

RABREBRBIOZOMOBRIE, VEISUTHELEZbOEHEALE, £, SEOFEE
HERSEHT CITo 7,

2.1.1 RBa%M
DEFEAR . kAR (BHCR) , |E S5 (100 rpm)
2) BN« T2rFR
NABRIEE : 100 mL,/FA}

(WM EORESTIEAT 270, BIEEHERT 09 oL/ B2 D)
4) 8% 6 e/ WX, 3FRBREX
B) WA - kSR L/ B 5X10° cells/ml

(FEEEM M OBIERIRER © 1. 8X10% ng/cell, n=10)
BYRRBMREL : 22°C (BBHIMF OLBFEHITE2°CLIN)
7)BRAA 65~75 wE/m’/s, FEEYCAT THELRE IR
8 pH: T2 L
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2.1.2 TR BRER

WERE ORBRAAKICH T ABMREE 2100 mg/L (MHMERHER Thotm,

REBEELY, RBRIA FT4 0 LRBE (100 ng/L) UTFE L, FHRBREZEGRL:, &1
ZLLFICRT,

TRARBRER GIRE 3, FREX1H)

No. 1
AR P ORI BERE GREMIZN T 284, %)
RE FHEE (%) RERLRE T2 R
(mg/L) I,0-720)" RERGE T T
T mmmmE wmERmE ORI
R
KFHRIX - - - - -
0.10 -0. 5 - - - -
1.0 10. 4 70 43 43 37
10 71.1 86 59 61 59
100 92. 7 - - - —
No. 2
B PREE (%)
(mg/L) I ,(0-72h)™"
PoTeS .
0. 20 1.9
0.50 9.4
20 91.0

*¥]1 2.2, 1 BEOEH, 2) AEFERBICAEMREROEN) (RLERICIVER LA,
*2 500 mL7 7 ABAef=H7 F7 A akx A0,

nE, RBRKE 72 KROSITICRE W THEBRMERE QR SRD bk, BEMD DER
FRE LT, RBRERPTORBYEDOEAEZ NI,
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2.1.3 HRBRBEOR
2. 1.2 IR LT FREBROMRICESE, BRBELZROIIITHRE LT,

RBRE BE (ng/L)
it HR X -
REEX1 0. 20
BREX 2 0. 43
REX3 0.93
REX 4 2.0
REXS5 4.3
REX 6 9.3
REX 7 20
k2.2

2. 1.4 RERIEOFHR
RBREOMBGELTBER — 31077, p HUER LORBEREROCHRERDOZHOR
Bk (HFRRX 18, UTTFHAESRLTS) bRl 7,

B ORBHEDSMEL 2 BIEE LR LT,

2.1.5 RERIER X URBEERONST

RERARE, RERG%24, 8RB LT 1200, 2RBRORRIER L ORISR
DWBRMBEREL, SERE v~ N7 7HEBSH (LC/MS) HEICX AL, 59
TFEOFEMZE A RER— 4177,
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2.1.6 FAERERE

1) &5 DOBRsR

RTEEE Lo %, A8 (KRBT A—F L LTHRERE) 28 5X10° cells/mLé 2B L5,
RBRIBEDA - TCBEBRIC—EERM U=, AEHROED R, RFiHEEBEB LUK H %
CERREEIC L D HE L, 7ok, FHARCIREM LT,
HFRBEHRTEREER, ABREAVWI UV FAREREL, RH2HBLE. THASLAE
RS REE ICRRE U, RERSHR24REEICHELE Lz,

2) B DRTE

KBS 24, SBLO T2HHICARBRAES L 0 RBRSER 1.0 oL (T2RRITIE 0.5
nl) FEERL, RTEAEEBAEME 9.0 oL (T2RETIE 9.5 i) IRA Lk, AlEi
1 TR & 0 IR L,

3) B RIE D EIBBES L MRS
RERIAEE, REGISE 24, SBIV R2EMICIRBEREOAHE THAER L OLET
BB L, £, BHMMGE TSI AR S S & 0 B L,

4) ERERBE D BN E

FBFALREFO p HiZ, HRBREOTFHER»ORBIGE —HEBR L CHEL, BBHAE 72
KRl p HiZ, HRBREOHRREZD I H 1HEHE No. 1) ORBIEFRICOVTHELL, F
e, REHFEDP, HREENORE, BIDGRER LCEERZ 1B 1 HEIE L,
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2.2 PERFEEROFHM

2.2,1 FEROFEMH

D) AR dh#
HREBLURRBEROAEYEOFEDELZRBICH LTI ry ML, ERMHBEERLE,
O, JTREXOLERBBRAREMETLE L CEEUERICH 2 0B EHER L.

DERRER LOERBEROEN
BRI L TV O EEOAREE (7)) ZROXNIVEHLE,

Ian -InX,

i ;=
fj-—-fi

T,
iy o R ¢ REOBOAEREE
X, t oLy
(BRBHEE (¢,) OEPERIZOVWTHBREEZHVS]
X, ¢, BOEYE
t; : BRBEHELAYE BB AR ERIE LR
t;: ReBBAE FIE B ICEYE L HIE LR

FREXKICBITAAERESR (7,) BHBEOLAREEOTEHE L FREXTOELDEAR
ETELOZEL LTKRORICEVEH L=,

& o RRK O 4 RR
4 BRERICBIT DE % DEREE
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3) PR ER HIZ AV DB B i
FEEFREDFEHICAC S HRWERER, BEEOCHMMETHMEL L,
RERINETEHEITR ORI DV EE L,

Areq = ConcAn— ConecBn « Hours

In(ConcA ») — In(ConeB »)

WU = Total Areas
Total Hours

ConcA, nHII DD DREE
(REEPRIAIY E I X R BAAE 24, 48R OHIEE)

ConcB, nFI O b Y ORIEM
(REEBILETHE 24, ASHERIZ /=13 72RO RIE(E)

(ConcA, & ConcB,DAEIRR UAtY, Area=ConcA, XHoursk %5, )
HC - R ESE

4) FEAEREERE (EC50) OHEH
TR O RBIIM 20 U ARMESR 7, (0-72h) ZHWT, UTOFEIC L 0 EEERR
ERE (EC50) #HELE,

KERERIZBITHAEER | =2 50% < 50%
§§~EEM%¢%ﬁ® o o
(Ft#kic 7 v )
X . BRE - 4AEHERBBICBVCHE | EIhARERERZ

ECS0DIRTES & BIEORD BB A% A TEM | 25

BEUFSAT (B/P L) L, HE

F 50%EDORENLEH

AIHE7ZRFR D 95%(EHREX R % B H
ECR0MF L Erc50 (0-72h)
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5) e R BIREL  (NOEC)

MRR LIRERDEREE (£o7,) EUTORFFENFRICIVERL, ARESEDD
7R ERERR IR BE K O RF RN B 018 2 S SRR EE (NOEC : NOECr (0-72h) ¢ %7d) &
L7,

2% B O H W
[ BB LAAMIZ 28 Ll 1)

Bartlett MENERE
LR LNDEE
—JCECE S ESIHT (ANOVA)
2%Z A MU w27 @Dunnett, Williams
E771d Scheffe OLELBHRE

EABMBPRD bNRWES
Kruskal-Wallis®Di2E
ST A RNY @ Dunnett, Williams
%7212 Scheffe DB EIBHRE

Yukms 7 b =T
Statlight #4 ZFEDELEE
(Yukms Corp, HEIT)

6) AT FRIFIE
R ROFEHIC AW REIFOFRL, FRELBIRLE,

2.2.2 AEBROFME
LT ORUENTEL ShBHE, RREEPERRLE,
1) RBEOEMENREYESICOR LS 16FICHAT S > b,
2) RO H OEREEOEIRMSRENMEE LT 5% 2B L,
3) WBREO®Y & LHOAERREOLBIREA %8BIV &,
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3 BRBIUEE

3.1 HRBREEOEEECHELRIEL L BEbh 2 BEER
W BERII R T,

3.0 HEERBRIEENEE, WERIE L URRIEERO p H, REEOAR
REMETORERRERNRE GRE, BYGRE, HEHR %

Table 1 2, ZiEEBAMANE
Table 3 {9,

OFRBRIRE L OREFER 72 R OREBREEEIEO p HE Table 2 12, FHUEORSBIK D/E %

EERBIRENDOEREL, &

REFLEA (22°C, REZEHWMTOLEEIZLICURA) Thots,
p HiZ, BFERGERFELHBRXT 7.8, REEBE 12T 7.5~1. TTh - 7=,

FEEF ORRIBEOAEIL, ETORRKICE T, TABYE, BEWE, KEWIZRDH
Y, ARITEATHo T,

3.3 BB L URMBIERED ORI ERE

RS L URBERRTORBRMERE O REE Table 4 12, RBMRIuvw b I 0%
fTREE— 412577,

BEX 1~7 OREME OFEINETFHRE) 1%, FRF 0.129, 0.282, 0.604, 1.35, 3.

086,
6.86, 15.4 mg/L THY, HRWEREORIIPED LN, BEBLOELFERE LT, #Ek
RP TOWBRMEOELNE L bz,
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3.4 FBPAERMEFRE (EC50) X UBRNEMEERE (NOEC)

BB OERBRROEMES Table 512, ARMIHRE Figure 1 IKFT, HBEOALE
MO RBEAR P 28 L THRBEEIIcH D L AR L,
AREELERAERE Table 6 I, FHAEEMEFERE (EC50) 3L UBANERERE
(NOEC) % Table 7 IZ, IREE—PHERMIHE Figure 2 KR T, BN Erc50 36X U NOECr
ZLLTFICRT,

NOEC I, Bartlett OELBME (a=0.01) ZITWVWELBMEMRE, —TERESEI
(1-way ANOVA, «=0.05) 3L T Williams DB EBRE («=0.05, @H) ZRAVEELE,
M AR — 5 1R,

ErCc50(0-72h) :  3.40 mg/L (95% XM : 2. 96~3. 90 mg/L)
NOECr (0-72h) :  0.129 mg/L

3.5 WMEOEEME
AREBRROCHBEORER, REKX 5 UTORBRK CHEEIA L & bICEAERENT 2
mAL o, REX 6 LAETHE, #EaILTAZ Lidhhoat,

ZEBAMGTR 72 RROHME T COMBREEBHEOHRKSE, 2TORERICEWVWT, MiaFED
Eb (A8, IR, WEE) RHMIREBEIIED b, £, HBEEOMEL R o7,

3.6 RERROFLME

XX OAMES Table 512, AEHEEX Table 8 I0FRT,

SRR OAEMEITRBEHMPIC 16 FLAEEM UL, £, HEEXOEA O4&R#REOTEE
BIRBYMZBE LT 35%%, HREOEDIRLEOAREE OLEBERIT 7% % 2L Ehig
2D LiERhols,

REROEPEOFMEZTRTRHLicd), RRIIEDTHL LHARLE,

Bk
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Table 1

Table 2

Table 3

Temperatures, Light Intensities and Revolutions in the Incubation Chamber

A090258

Exposure Period Temperature Light Intensity Revolution
(Hours) (‘C) (LE/m?%s) (rpm)
0 21.2 68-73 100
24 21.6 66-75 100
48 216 65-73 100
72 215 65-74 100
pH Values of Test Cultures
Test pH
Group 0 Hour 72 Hours (Vessel No.)
Control 7.8 7.5 (D
Conc.1 7.8 7.6 (D
Conc.2 7.8 7.6 (H
Conc.3 7.8 7.6 (D)
Conc.4 7.8 7.6 (N
Conc.5 7.8 7.6 ¢}
Conc.6 7.8 7.6 n
Cone.7 78 7.7 €Y}
Appearances of Preparated Test Solutions before Inoculation
Test Suspended Floating
Group solids solids Precipitation Color
Control S- F- P- C-
Conc.1 8- F- P- C-
Conc.2 S- F- P- C-
Conc.3 S- F- P- C-
Conc.4 S- F- P- C-
Conce.5 S- F- P- C-
Conc.6 S- F- P- C-
Cone.7 S- F- P- C-

Not observed (transparent)
Not observed

Not observed

Colorless
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Table 4 Measured Concentration of the Test Substance in Test Cultures
Nominal Measured Concentration (mg/L) Mean MeaSL.lred
Test . . Concentration
Concentration (Percent of Nominal)
Group (mg/L)
(mg/L) 0 Hour 24 Hours 48 Hours 72 Hours (Percent of Nominal)
Control - <0.01 <0.01 <0.01 <0.01 ———-
0.175 0.152 0.0998 0.0991 0.129
Conc.1 0.20
(88) (76) (50) (50) (65)
0.365 0.321 0.241 0.209 0.282
Conc.2 043
(85) (75) (56) (49) (66)
0.762 0.673 6.534 0.457 0.604
Conc.3 0.93
(82) (72) (57) (49) (65)
1.73 1.49 1.21 0.975 1.35
Conc.4 2.0
(87 (75) (61) (49 (68)
3.77 3.34 2.86 2.24 3.06
Conc.5 43
(88) (78) (67) (52) (71)
3.23 7.37 6.42 5.44 6.86
Cone.6 9.3
(88) (79) (69) (58) (74)
17.7 159 14.8 13.4 154
Conce.7 20
(89) (80) (74) (67) (77)

a : Time weighted mean
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Table 5 Biomass of Pseudokirchneriella subcapitata during the 72-Hour Exposure
Nominal Concentration .
Test Mean® Measured Vessel Biomass (cells/mL)

Group Concentration No. 0 Hour* 24 Hours 48 Hours 72 Hours
(mg/L}

i 5000 31700 241000 1840000

2 5000 33700 272000 2080000

3 5000 30100 279000 2130000

Control - 4 5000 33800 282000 2270000

5 5000 33000 274000 2110000

6 5000 34200 291000 2350000

Average 5000 32800 273000 2130000

SD 0 1570 17100 176000

1 5000 35500 311000 1930000

0.20 2 5000 33000 269000 1840000

Conc.1 [ 0.129 ] 3 5000 33700 276000 1960000

Average 5000 34100 285000 1910000

SD 0 1290 22500 62400

1 5000 31900 252000 1250000

0.43 2 5000 31500 224000 1270000

Conc.2 [ 0282 ] 3 5000 37500 293000 1530000

Average 5000 33600 256000 1350000

SD 0 3350 34700 156000

1 5000 29300 188000 965000

0.93 2 5000 32000 173000 801000

Conc.3 [ 0.604 ] 3 5000 26300 165000 988000

Average 5000 29200 175000 918000

SD 0 2850 11700 102000

1 5000 26000 126000 280000

2.0 2 5000 25800 144000 464000

Conc.4 [ 1.35] 3 5000 25500 127000 265000

Average 5000 25800 132000 336000

SD 0 252 10100 111000

i 5000 20400 84900 99000

4.3 2 5000 22500 77400 93200

Conc.5 [ 3.06 ] 3 5000 23100 81100 94300

Average 5000 22000 81100 95500

SD 0 1420 3750 3080

1 5000 18900 38600 67400

9.3 2 5000 19300 27900 44500

Conc.6 [ 6.86 ] 3 5000 17700 31400 56600

Average 5000 18600 32600 56200

SD 0 833 5460 11500

1 5000 17300 17400 15800

20 2 5000 16200 16800 18400

Conc.7 [ 154 ] 3 5000 18500 18400 15800

Average 5000 17300 17500 16700

SD 0 1150 808 1500

a :Time weighted mean
SD : Standard deviation
* : Nominal initial biomass
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Table 6 Growth Inhibitions (%) of Pseudokirchneriella subcapitata
Test Nominal Concentration Growth Rate i
Group [Mean® Measured Conc.]| Vessel No. Rate Inhibition(%)
(mg/L) p(0-72h) 1 ,(0-72h)
1 0.0821 -
2 0.0838 -
3 0.0841 -
Control -- 4 0.0850 -
5 0.0840 -
6 0.0855 -
Average 0.0841 -
SD 0.0012
1 0.0827 1.7
0.20 2 0.0821 24
Conc.1 [ 0.129 ] 3 0.0829 14
Average 0.0826 1.8
SD 0.0004
1 0.0767 88
0.43 2 0.0769 8.6
Conc.2 [ 0.282 ] 3 0.0795 55
Average 0.0777** 7.6
SD 0.0016
1 0.0731 13.1
0.93 2 0.0705 16.2
Conc.3 [ 0.604 ] 3 0.0734 12.7
Average 0.0723%* 14.0
SD 0.0016
1 0.0559 33.5
2.0 2 0.0629 252
Conc.4 [ 135 ] 3 0.0551 34.5
Average 0.0580%* 311
SD 0.0043
1 0.0415 50.7
4.3 2 0.0406 51.7
Conc.5 [ 3.06 ] 3 0.0408 51.5
Average 0.0410%* 51.3
SD 0.0005
1 0.0361 57.1
9.3 2 0.0304 63.9
Conc.6 [ 6.86 ] 3 0.0337 59.9
Average 0.0334%* 60.3
SD 0.0029
1 0.0160 81.0
20 2 0.0181 78.5
Conc.7 [ 154 ] 3 0.0160 81.0
Average 0.0167** 80.2
SD 0.0012

*1

SD
Kok

: Time weighfed mean

: Values are the growth inhibition (%) relative to the control.

: Standard deviation

: Indicates a significant difference (¢=0.01) from the control.
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Table 7 EC50 and NOEC
Based on I, (0-72h) values (Growth rates)
ErC50 (0-72h) 93-Percent NOECr (0-72h)
(mg/L) Confidence Limits (mg/L)
(mg/L)
3.40° 2.96 — 3.90 0.129

*: Using the data of conc.d4, conc.5, conc.6 and conc.7

The ErC50 value and associated 95% confidence limits were determined by least squares linear
regression analysis of the logarithm of test concentration against the growth inhibition (%) relative to
the control.

The NOECr value was determined by an analysis of variance (ANOVA), Williams test, subsequent
to Bartlett test for homogeneity of variances. Statistical analyses were performed using Yukms Statlight
#4 software (Yukms Corp., Tokyo) and all tests of significance level were set at a=0.05, except Bartlett
test, which was set at «=0.01.

-~

Table 8 Growth Rates of Control

Growth Rate
Average
Vessel No-| 0-70my | u0-24h) | u(2a-48h) | u(as-72my 02 4h‘,’f2 sasn| SO | V)
48-72h)
1 0.0821 | 00770 | 0.0845 | 0.0847 0.0821 0.0044 | 5.4
2 0.0838 | 0.0795 | 0.0870 | 0.0848 0.0838 0.0039 | 47
3 0.0841 | 00748 | 0.0928 | 0.0847 0.0841 0.0090 | 10.7
4 0.0850 | 00796 | 0.0884 | 0.0869 0.0850 0.0047 | 5.5
5 0.0840 | 0.0786 | 0.0882 | 0.0851 0.0840 0.0049 | 58
6 0.0855 | 0.0801 | 0.0892 | 0.0870 0.0854 0.0047 | 5.5
Average | 00841 | 0.0783 | 00884 | 0.0855 6.3
SD 0.0012 | 00020 | 0.0027 | 0.0011
CV(%) 1.4 2.6 3.1 1.3

SD : Standard deviation
CV : Coefficient of variation
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Growth Curve of Pseudokirchneriella subcapitata

Figure 1
(Mean biomass vs time during the 72-hour exposure)
1.0E+07
—&— Control
—— (.20 mg/L
T ---0--- 0.43 mg/L
—&— (.93 mg/L
---a-- 2.0 mg/L
—+— 4.3 mg/L
—8— 9.3 mg/L
1.0E+06 —— 20 mg/L
=
g
= 1.0E+0S
8
1.0E+04
¢ 1.0E+03 :
0 2 ) 48 72
Time (hr)

Values in legend are given in the nominal concentration.
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Figure 2

A090258

Concentration-Inhibition Curve Based on I, Values Calculated from the Growth Rates
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Figure A-1-1 Infrared Absorption Spectrum of the Test Substance before the Start of Exposure
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Figure A-1-2 Infrared Absorption Spectrum of the Test Substance after the End of Exposure
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Table A-2 Medium

Nutrient salts

A090258

Concentration (mg/L)

NH,CI
MgCl,-6H,0
CaCl,+2H,0
MgS0,-7H,0
KH,PO,
FeCl;-6H,0
Na,EDTA -2H,0
HiBO;
MnCl,-4H,0
ZnCl,
CoCl,+6H,0
CuCl,+2H,0
Na;MoQ,*2H,0

NaHCO;

15.0
12.0
18.0
15.0
1.6
0.064
0.1
0.185
0.415
0.003
0.0015
0.00001
0.007
50

The test guideline shows that the pH of the medium which is obtained at
equilibrium between the carbonate system of the medium and the partial pressure

of CO; in atmospheric air is 8.1.
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RERE DO

. i AOEE
?&EQ%JEJEI&%“F“EG)%G):EU&HRL HERAKTERLTHRRET S, HEBRIFHEBRA
KD#HET S,

BRI L)
...... BB T2 300mLASRM=EI72I(IWAKIED, BRI YILEE
...... B T L ETRE e,
...... IR e S L I
...... B _H T SEBR/RER, 3B RER, | TR ARR
REIRBREE EXNo. Rk
mg/L (B&#1) mi
S c = 0
0.20 Conc.1 s 0.200
0.43 Conc.2 — 0.430
0.93 Conc.3 —_— 0.930
2.0 Conc.4 —> 2.00
4.3 Conec.b ——=> 4.30
9.3 Conc.6 > 9.30
20 Cong.7 ———> 20.0
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1. HfEEs v~ b7 78EASH (LC/MS) # HESME

e

B BAEEA s e N7 7EBSHE SL-HT 2 F A No3

J—7 ZT—*/a > Agilent 1200 ¥)-A"#3A7-Y3y
B - BoBEEE s v+ N T 7 (RRLC) Agilent Technologies 1200 &Y
FH oY G1379B#

EHRAR T G1312BE (MK V7)
il N A i G1329B#
HIEA—T G1316BH
FEERMBRES MSD) G6140A%

[HPLC Z&{4]

BTG b SHISEIDOZ! PC HILIC 5.0pum 2.0 mm i.d. X150 mm
AT hA—T 40°C

YRR - ATE 20 mM ¥ EETVEROLKUESHE - IR (1000 @ 1, v/v)

Bk 7Eb=My
AiZ 50%, BiE 50%

AbwTHEA L 4 min

HBHEAE : 20 uL

P - 0.2 mL/min

[MSD Z&ff:1

Tonization : Electrospray
Fragmentor : 100 ¥

Nebulizer : N, (30 psig)

Drying gas : N, (10 L/min, 300°C)
Mode : Positive

SIM (Selected Ion Monitoring) & :
Quant ion m/z 61.20 [M+H]*

* JEBIAK - JIS K0557 A4 7 L— Rk
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2. BREHROIER
1) WERHE &2 ERKTEAE, FIRL, 0, 0.0500~1.00 mg/L DIEHERBE TR LT,

2) BEEEREZLLTOX 5IZmM L,
ERERRIR R

|

LC /MS{llFE

3) REENIZYEAE (mg/L) %, HHEMZY— 7 miE (count) # &1, REME/ER L (Figure A-
4-1) , B/PTRIEIC LV EREIRER Y=atbX %Kiz, fHRAMEE r 13 1.000 &72Y, EHHE
DFUE (0.995 LLE) B Ui, £, Y14 a @ BREEEMAREZELI 00, B
ERITIE R A RR T D ER L e,

3. RRRE IURBREERTOHERDEREOEE
1) RBEBIUHEBRERBEALUTOL IS L, KA o< v F A%Figure A-4-2
2R,

ez BLART

BRI - FRREEL, 2TORRESOFELVL. 0 L FOBRELTRSE
(FBRUK CHEERARY) SERIR
|

LC/MSH#H|IE
SHEBRLEHE 24, 488 LR 7205

RBERE : FRREE, 2TORREHROTELD L0 ol F 28R LTRE
gﬁmfﬁ}ﬁﬁ (3000 rpm, 1043F, 3B : B THHR CR2IER)
Lﬁﬁ%(%ﬂ*fﬁﬁ%ﬁﬂﬁ%ﬁﬁ

iC/MSME

* REHREHEZBALS OIS VW THEHERR LT,

2) BEEEKE 12, RER 2) | CRRIZOI LA, REMNRZ7a~ 75 0% Figure A-4-
2 2R,
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3) RRREOY—7 BHEEFERBEOC—7EEND, —RMERICEL YV ERDERELZHEL
o HBETT T s -2 I ZRDbNAEDoRID, £0Y— GEC X AHELTHT
WRIWERE 27 H L,

4. RHIRF

FRERORAZIREE K L 1/6 ORFEHN/IHATHE & b 2 BRI EIRE 0.01 mg/L & HHR
el
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Figure A-4-1 Calibration curve
No. Concentration Peak Area
X (mg/L) Y (count)
1 0 0
2 0.0500 237021
3 0.100 454975
4 0.500 2355265
5 1.00 4615893
Y=a+bxX
a= 5.791E+03 -4.038E+04 <a<  5.197E+04
b= 4.627E+06 ( 95-Percent Confidence Limits)
r= 1.000
6000000
5000000
’g 4000000
2
§ 3000000
<
-
<
& 2000000
1000000

0 0.5 1 1.5
Concentration {mg/L)
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Figure A-4-2  Representative chromatograms
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Figure A-4-2°  Continued
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Figure A-4-2
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Figure A-4-2  Continued
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Figure A-4-2 Continued
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Table A-5-1 Calculation of the ErC50 (0-72h)

EHREIESH (E C50EDEL)

BRI (mg/L) PR (%)
X log(x) y

1.35 0.30 335

1.35 0.30 252

1.35 0.30 34.5

3.06 1.12 50.7

3.06 1.12 51.7

3.06 1.12 51.5

6.86 1.93 57.1

6.86 1.93 63.9

6.86 1.93 599

154 2.73 81.0

15.4 2.73 78.5

154 273 81.0
........ ECso ..l 9S%REREM | B

3.40 2.96 ~ 3.90 (mg/L)

S
Factor SS DF v F-ratio {0.05,11,f2)
Between 3666.10 1 3666.10 241.31 >4.96
Within 151.93 10 15.19
Total 3818.03 11
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Table A-5-2 Calculation of the NOECr
Input Data Table
Control Conc.1 Conc.2 Conc.3 Conc.4 Cone.3 Conc.6 Cone.7
Groupl Group2 Group3 Group4 Group5 Group6 Group7 Group8
0.0821 0.0827 0.0767 0.0731 0.0559 0.0415 0.0361 0.0160
0.0838 0.0821 0.0769 0.0705 0.0629 0.0406 0.0304 0.0181
0.0841 0.0829 0.0795 0.0734 0.0551 0.0408 0.0337 0.0160
0‘0850 * * * * * * *
0.0840 * * * * * * *
0.0855 * * % * * #® *
Group Samples Mean S.E. S.D. Variance
1 6 0.0841 0.0005 0.0012 0.0000
2 3 0.0826 0.0002 0.0004 0.0000
3 3 0.0777 0.0009 0.0016 0.0000
4 3 0.0723 0.0009 0.0016 0.0000
5 3 0.0580 0.0025 0.0043 0.0000
6 3 0.0410 0.0003 0.0005 0.0000
7 3 0.0334 0.0017 0.0029 0.0000
3 3 0.0167 0.0007 0.0012 0.0000
Method vs Side Stat. 0.05 0.01 0.001 Prob.
Bartlett test 0 13.8346 14.0671 <18.4753 24,3219 0.0542
Method Vs Side Stat. 0.05 0.01 0.001 Prob.
I-way ANOVA 0 5599119 >2.5435 3.7653 5.8452 1.3057E-10
Method Vs Side Stat. 0.05 0.01 0.001 Prob.
Williams(1971,1972,1977) 1vs2 2 1.0885 2.0930 2.8610  999.9900 9999900
Williams(1971,1972,1977) lvs3 2 4.5813 >2.1630 >2.9110  999.9900  999.9900 **
Williams(1971,1972,1977) 1vs4d 2 8.4329 >2.1850 >2.9250  999.9900  999.9900 **
Williams(1971,1972,1977) 1vss 2 18.7437 >2,1950 >2.9320  999.9900  999.9900 **
Williams(1971,1972,1977) lvs6 2 - 30.9444 >2.2020 >2.9360 999.9900  999.9900 **
Williams(1971,1972,1977) 1vs7 2 36.3749 >2.2050 >2.9380  999.9900  999.9900 **
Williams(1971,1972,1977) 1vsg® 2 48.3604 >2.2079 >2.9399 9999900  999,990( **
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g HICE VAREL, BRI, KB, ToE=T, UAFAT
=0y, AR Y OHERT 2 — hEERT B,

AL Ve LT DR
Vo U Ve R B v | ki ”
=7 b2 -
[y Y =

EEEARR
*] BEEREERHC LS,
%2 SEFERAF 4 o ABRESH I THRIE,

RIS L 5, 270 * ONFIZLLTFOMY,

*3 JMSCATEOE AR RETE R AT B % (http://www. safe. nite. go. jp) X 5,
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- RBREROWBRMERED ST FIE

R 5B
SRE | BEEES o< 175 TERAR (LC/MS)
AALEE REHT

B - KRB EIZL, 2TORBREROPBEBLYLO oL 2
BERLTRES (BEATEEHRREYD BERD
I

LC/MSHlE

ZTELAMETE 24, 488 LU 728RRE

HABEER  FRAREEE, 2 ToRBRAROFELD1.0 oL
TORE L CES

D57EE (3000 rpm, 1043[8, #EE . ASZTHEHR! CR2IER)

BRI (SN TEEATRY EER
|
LC/MSHE

* REAREH A D DI OV THEARR L,

RS B — 1 28




3. HEMRL ROk

TERE S - A090258

H 5 HR
HEREY & (34 - HH) FPseudokirchneriella subcapitata
ATCC22662
AFH American Type Culture Collection
xt PR e~ D s 1 7T20FR] BErC50 = 0.821 = 0.0828 mg/L, n=20
(EC50) B o ABES Y T A, HEER
(XTHRYES)
EOfEES AITEE% oD HA R 20104 1H29H ~20104F 28 1H
B 4 BERTA BT A RS
RESME OKR, XHE) 22°C, 65~75 uB/m¥/s
FER ST AERAE 300mLt 7 RAB=/A7 F 22 (IWAKIHD) GRsH:
D) 3 LARfY)
R4 FERH A BT A o HELREE A
=M 20104 2H 1H~20104F 28 4H
HERRE GREM ATER) RERX, 0.20, 0.43, 0.93, 2.0, 4.3, 9.3, 20 mg/1]
(2AkE ;2. 2)
FIHAHERR I 5X10% cells / mL
K AEBREX 3 Ban
LRI S 6 Ham
BRI E 100 ml,/ 5%
Bh# Bh#I o> A I i
[k —
B —
BhF = B R sy | —
BT (R L D553, Bt | 1bksU (BRACR), IR& S48 (100 rpm)
=, EREES)
KB E ISR E 22°C (ZEHM P OZEHEME L 2°CLIA)
BEEA (RSREE, BEfE4R) 65~75 uE/m*/s BT CHE A
(&)
R ) REEHE ErC50(0-72h) : EARERAHT
BTk NOECr (0-72h) : WilliamsD L T bk E




BERER  A090258

4. RERREARK U

FUEE | ErC50(0-72h)=  3.40 mg/L (95%(ZHEREM : 2. 96~3. 90 mg/L)

NOECr (0-72h)= 0.129 mg/L
mEmE | LmEm (Den

ZERG RERX 1~7 OREME (FRMEFHE ik, ThTh0.129, 0.282,
e e 0.604, 1.35, 3.06, 6.86, 15.4mg/L ThY, FEMWEIE DR
TEER | B, BEBAOZRREE LT, R TORBRWEDELIE X
bivlz,




BEE S 1 A090258

5. BEOERMBRE LIOBE - £REERHR

Figure 1 Growth Curve of Pseudokirchneriella subcapitata

(Mean biomass vs time during the 72-hour exposure)

1.0E+07

——0o— Control

—=— (.20 mg/L
T ---0--- 0.43 mg/L
—a— 0.93 mg/L
---a-- 2.0 mg/L
—e— 43 mg/L

—— 9.3 mg/L
1.OE+06 — —— 20 mg/L

1.0E+05

cells/mL

1.0E+04

1.0E+03 : :

Time (hr)

Values in legend are given in the nominal concentration,
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Figure 2 Concentration-Inhibition Curve Based on I, values Calculated from the Growth Rates
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6. FDfd
SLER AR ZEEREAT s ARRAESTE AT 4 7 DEEE AL
w“ SRR BRI s &
T2 )V BRI T € X WE 75 T 100035 #h
FifEH: FHEG  045(963) 3548
FAX 045 (961)6296
R T4 oA |
TREREE S 1 44
APE S A090258
BB IR 20104 1H29H~20104 28240
R ZE(EREAT s oAb et A T4 WEEARY
TERRIRALA RIS MR 5 — '
R | L




FERE S A090258

Bk~ 1 @R s < bS5 7EESHT (LC/MS) 3t IESRME

EE
M - BOEHRE s v 7T 7 EESWEN SL-HT 2 2 F A No3
J—Y AF—i3 Agilent 1200 ¥)-3" F3ar—vay
EE - mAaEEREs o~ b5 7 (RRLC) : Agilent Technologies 1200 7
FH G1379BH
ERT G1312BE (WK V7)
F—hrHFTZ G1329B4#!
BT BT G1316BHE
HEERRLZE (MSD) : G6140A%H
[HPLC £:f4]
HF A5 SHISEIDO# PC HILIC 5.0um 2.0 mm i.d. X150 mm
BZEF—T 40°C
B - AR 20 mM ¥ FETVEVAACERIR - ¥ B (1000 : 1, v/v)
Bk Tth=bIm
AflR 50%, BiK 50%
ALy TEA L 4 min
ABHEAR ! 20 ul
i 0.2 mL/min
[MSD Zef4]
Ionization : Electrospray
Fragmentor : 100 V
Nebulizer : N, (30 psig)
Drying gas: N, (10 L/min, 3007C)
Mode : Positive

SIM (Selected Ton Monitoring) £eff :
Quant ion m/z 61.20 [M+H]*

* FERLAK - JIS K0557 A4 7 L— Rk





