Algal Growth Inhibition Test
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Algal Growth Inhibition Test
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Algal Growth Inhibition Test

1.2 AREBRHK

A EB IO E BICRBRT A R4 RSN TV D HELER M 205 U, JERE (022
um) L7zb D&M Lz, MkEE MG —2 1R,

BT A T4 02iE, KR & OTFHRIRRETE L pH 23 8.1 (25°C) & 725 Z Efdian T
W5, Ml To pH X 8.0 fir (7.7~8.1, 22°C) Th 5,

1.3 ey

1) 7% R e HE

2) ¥4 Pseudokirchneriella subcapitata

3) B4 ATCC22662

4 AT American Type Culture Collection

5) AFH 1996 46 H 20 H

6) ANFEROEEE : Gorham Hiih 2 FIWEER RIS R, R (K9 6 » A1) ISlEREZ L
MG PE AR LT,

7) BiEEEE ATEEZE I 5 2020 452 A 22 H~2020 42 H 25 H

PR & RIS TR R L, ZFEPRAMGIRHCHEBOEMIIC e D X oI Lz,
Fro, BRRRE MO HBUIFED bivesoT,

L4 RERAE L UM R R B

1) RBREL 500mL H7 A =47 F 22 (IWAKI, JEmMFR) (7 I #efh)
2) mgn AR E - OREERUERTRE AGP-150RL Y

3) JEFEAMER - ==z %l ECLIPSE TE300 %!

4) RIFEHEELE VA Ay 7 ABL CDA-1000 %

5)pH it : ya s R ERTRE F-71 ]

6) ML - Tasco Japan ! TNA-120 !

7) JtEFEE Apogee ! MQ-200 !

8) T RFF : AT =8 AG204 Y

A b7 —Hl AB204-S 7!
A ~Z—H PB3002 !
A FF— -+ hL R MS3002S 7



Algal Growth Inhibition Test

2 ik
2.1 RERITIE

ARERIY, T FEMESE IR LIRBOFIEICONT<EmEARRERE, IV aittilE
VKBRS & O A B > CPRR23 423 H 31 B A% 0331 55 7 %5, Pk 23-03-29
R 5 5, BRIRAEFEE 110331009 5, RAUIE « FRICET A 1 H) (ISHERL THM L7,

NEW % BRE UToKEEMER 5 2 RBRIK & LAEM ~D RGBT T2, 72, RBAKIZRT 2
WERE OVEFREIC SV TR L2 R &2 MRS R —3 1ITR T,

* K¥EPEMEISY (WSF, Water-soluble fraction)

WBRIVE DN IEMERRE TIFAE L TV B L 7T 2 L 3T & B /KIRMEM 4y

211 BRBREAE
BRI O TLLFICEHET 5, BRAFGRB LOEoMmogmEIE, HEITS U THE LS
DOEFEHR LIz, £7-, BEOBER S EFEBETIT 72,
D) KA KR BAKGR) , RE S #54& (100 rpm)
2) BBWIM . 72 BERE
3) ARk E : 100 mL/ F4r
(R E OB SIS D72, BEBERRHT 99 mL,/ AésL LTo)
4) EHL 6 7%/ MK, 678, X
5) WIIAEM R ¢ REEHE L7-WOE 5%10° cells/mL
(FRBIHFE O SefAR R & ¢ 1.8x10% mg/cell, n=30)
6) BRI © 22°C (REEWIMI P OLEHIPHIZL2°CLAA)
7) HRB 60~75 pE/m?%/s, HEFCKT TR (i)
8) pH : AR L



Algal Growth Inhibition Test

2,12 FAieBRRS R
RBRIEE 2R BRI A R T4 > EIRIEE (100mg/L) LATE L, PliatBz i Lz, g
ZRBAAKICIRINL, AZ—F—Hifed 24 W M L72tk, 74 L2 —"1THE? L TREDOH
BB 2R Z 82k Y, AMES 100 mg/L OFKAMAM L7, ZOFKZRBRHAKTHRLT
BRI A TR L7z, #ERA U TIORT,

¥ AN IVRTHRL, AT VL7 404 — HA 045 um

2 REIEM, WnlaR 7 EP-01

*3 . Aff3 (Loading rate) : WSF OFHBIOERIZ N &40 5 BRI & K D B St 25 b

ThiakERA R O IRIX 3, RAEIX 1 3H)

RE S PHER (%)
(mg/L) 1,(0-3d)™
XX -

1.0 0.1
10% 0.8
100 0.1

%40 1221 fERORH, 2) ARFREBIOAEEMEROEN) (R LRIV EH LE,
*5 0 AME 100mg/L OFREXFFIEZ AR L CREL L7272 DA IRE O B H L7l % fid
N MG Rcach

213 HBREEORTE
212 IR LEETPliBROfERICES X, HBRBEZ RO L HITRELT,

AR X AfrE (mg/L)
SRR -
TREEX 176 100

*6 1 BRI A BT A > EIRJREE ZAfTER & U7 IREEER

2.1.4 HBRROFRR

FRBRIR OFRELT L% A B ER—4 17T, pH HIER L OB BIR O GRElE 0 72 O
i (BRBRIX 1 H, DITNPiiAdRE35) b L,

A ELIRE D FRERIR D SMBL 2 BlES LRtk L7,



Algal Growth Inhibition Test

2.1.5 HBRIRE L ORBREE = IR O 40T

SRR X OVRZBAATE 72 B, ERBRIX ORI L ORIk b OB S
X, @ik o~ 2777 (HPLC) IEBIC K VO L=, S FEOFEMZ M BE R —5 107
‘g—o

2.1.6 ARERHERAE

1) #FEORS

RGEE Lol g, AR (ST A —42 & U CHIRRIREE) A% 5x10° cellssmL & 725 K 7,
HRRIE DN S TR EEIIN LTz, RIETEIROEYREIL, hif3HEE B X O ek g &
BB LV E LTz, 7238, THASRITITIRI L o7,

HRBRR A EREEIC, MK EAVT U LCEE L, BRBEEB L, RERBE 24
R SRR L 7o, TIRA S b RIRFIC RS 8 O3 LT,

2) EWEORIE

DI 24, 48 38 KLU 72 RIS A RBR A S L V0 BABRES IR 1.0 mL (72 FFfH i 0.5 mL)
ZERELL, RLTRHEAEEAEAE 9.0mL (72 R TIX 145 mL) LA L7k, AEMREEZR 15
@I K0 E LT,

3) AEABS R RO AHBEE S L OMa s Resl g2
TR DGR, ZRERBHAATE 24, 48 B LY 72 FRERICITRBRESBIR OO % TR % & DO L#g T
B LU7=, F£7-, T 72 BERNITMIERE 2 BEMER I L D BlZ2 LT,

4) REREREL DM E

RERKF L OSBRSS R’IR O pH % Z B IR X OB R 72 BERCHIE Uiz, ZREEBRAaNT
DpHIE, HBRX O TR HRBRIK 2 — I U CRIE L7z, 2#EBHAA% 72 R O pH I,
HFRBXORBARO I B 1 K8 (No.l) ORBRESRIRICOWTHIE Lz, £/, BEHMSP,
BN OIRE, FREEIRE S L ONEEREA 1 B 1 ERRE Lz,



Algal Growth Inhibition Test

22 ARBRAE RO
22,1 REROEM
1) AR s
IR I L ONREX 1 o4& EOEAHARMIC LT ey ML, AR##BREZER L OF

®E 77 7)) . ZOWRE, X OA RN ZRFEHMT 2@ L CHEEEEICH D L 2R L
776

2) EREER I OERMEROEH
FREOEIE L TV D BB O AEREE (w) ZROXEIVEH L,

lan -InX,
Hiy=—7T—"—"—
t,~1,
ZZ T,
uij iR E GREOMOAEERE (H)
Xi : tEFOAEYE:

[RTEBRMERE (1) OEMEICHOWTITREEEZ AN D]
X RO E

i BBPARGT: B B AR A E LR (B)

4 BBPAAGT: j 8 B AR A E LR (R)

REX IZBT 2580 ERRESR (L) 1TREOFHEEREOTEIMHE (u) EREX1T
OB HEDO AR EE (1) EDOMOZEELE L TROXICEVEH L,

1, =" 100
A,

ZZT,
pre = XD DN A Rl BE D ¥ fiE
et BRFEX 12361 % A D A R



Algal Growth Inhibition Test

3) PHFBRER I D R B R
PREREOFHICH W2 PR E R, WEEORMINEEHEE L,
RN FEEE TR O LV FH L7,

Areq = ConcAn— ConcBn < Hours

In(ConcAnr) —In(ConcBr)

UC = Total Areas
Total Hours

ConcAn : Z=F%BRAIGRE O W) EE
ConcBn : Z=FZBAMGT. 72 el O M) EE
(ConcAn & ConcBn DTENFE UE1X, Area =ConcAnxHours &35, )

MC - WIS

4) PHAERRERE (EC50) D&M
72 BRI O BB A58 U2 A RESR L 0-3d)2 AW T, UUTFTOHEIC X D BEEOARE % 50%

PR D B E R L (FRCERILERE EC50) ZIE LT,

IR XA BT A RHLER <50%

Wt EER R ORE |
= Foun
Ut AT 7 B ) L

EC50 DRE Tk HEFE S 2 I PE RER 2 R

EC50 OXFLHIE ErC50 (0-72h)

10



Algal Growth Inhibition Test

5) KM ZENREE (NOEC)
KRR EJRIEX 1 OEREE 4 (0-3d)Z L FOMEHFHITIEICL L, AEESHEO LI
RWEA, RORBEREEES (NOEC : NOECr (0-72h) & Ki0) ZIBEX 1 DL EE LTz,

2 BEOD Mg
[GFHRIX LIS 1 8]

F W&

SN RD LN 56
Student @ t fRE

LR LIV WG
Welch @ t ¥

Yukms Y7 bU =T
Statlight [#3 2 #ED i |
(Yukms Corp, H)

6) MintFERIFiL
ARBRAE R OB W AR PR TFIE, MRE & BITRLT,

222 HREROHIME

LUF OS50, RBRBROGRNEE HIB LT,

1) xHRIXOAEY @D FFEHR IR S 16 5ICHHT 2 2 &,

2) XX OfEH OAEREEOEBMRE N BRE MM 28 U T 35%% B2\ &,
3) KX O K UM OARHE DOEERED T% a2 B2 RN &,

11



Algal Growth Inhibition Test

3 ERBIUERE

3.1 BB OEEMICRE L KT L L Ebh 2 REEK

YT DERIT R T,

3.2 EEEABCEENRE, MBS X UREBRER RO pH, ARBRIK DSMEL
AR OR R ABRIEEANEREE (R, MIDEHREE, B0 % Table 1 |

Z, ZFERGBRFO
BRI B K ORERIAT: 72 R ORBRESEIK O pH % Table 2 12, FHHRIIFDFERIE DBl % Table
3137,

FRAR AL E N O ELE, BROEHIPAN (22°C, ZFEMIM T OLEBFFITL2°CLIN) Th o7,
pH 1%, ZEEBHAGRREDS 7.2~7.7, ZEEHIGHE 72 KTl 83~8.5 Th o7z,
TR OREBIR O/MBLE, IRXBIOREX 1 &b, TAEDE

. TRV, TR ISR
HoNT, AMTEATH T,

3.3 ARk L OGRBREL IR TR O Wk BRI

BRI I & ORBRES I T O YR E IR E DOFE R % Table 4 (2, WIER Rz BER—5 (R
‘g—o

BEX 1 ORERE (ReENEFSME) X, 91.0mg/L ThH Y, FedE WM IR E IR O
bi%‘ Bﬂiﬁﬁ”) f:o

34 CPEEAREMERE (EC50) 3L U KERERE (NOEC)
ZBHM R ORTHRX B L OVREEX 1 DALY EE Table5 12, £ RE#h#R% Figure 1 IORT, XX
DOERMRNZFEHM P 28 L CHREEMEIICH D Z & 2k

LT,
ERHE L ARMER%Z Table 6 |

-

=

FHAEERE (EC50) 1 X Uk K5 R 208 iy
(NOEC) # Table 712777, 5547~ ErC50 3 XY NOECr # LL FIZRT,

ErC50 (0-72h) :

>91.0 mg/L (95%EHHIX[H : HHAH])
NOECr (0-72h) : =91.0 mg/L (Student ® t R 7E)

RERATA RT A > LR (B : 100 mg/L, HEMEORRIINEFHMHE : 91.0 mg/L) TOMR
EFRBRTHY, REX 1 ORERN<S50% THo7-72®H, EC50 IX>REX 1 & L,

NOEC (Z2W T, FRE (0=0.05) ZITWESEME A 8%, Student @ t #E (0=0.05, T[]
) ZHWCTHE Lz, O/,

SHBX L EEX 1 OAEREICHEEZIIRD NN T-7-
®, NOECITREX 1L EE LTz,

A 2 o R B —6 1R

12



Algal Growth Inhibition Test

3.5 OB R

BRI O ATBIEORER, XK JONRERX 1 & b ITRIRFAIC R EEE DS HIN 2 1A 23
BT,

AEEPHIATR 72 W OBIEE T COMBZRBBIZE ORR, REX 1 128\ T, Mo Z1l
(e, R, MRASE) PHIREEETRO bR, £/, MBXEOHEL 2T,

3.6 REROHAEME

SR X DAY F % Table 512, AR E % Table 8 (27579,

XHRIX QAW EIFRFBHIRFIZ 16 (FLL BB UT-, F72, HBX O A 0L EEEOLEER
BT RFEHM A28 U T 35%%, *HRXKOM Y = U O A R EOEEREIL %% T Zil
HZ Tl ol,

HBROAIMEDOSTM 22T Lizl2d, ABRIIAITH D &l L7,

1D/

13



Algal Growth Inhibition Test

Table 1 Temperatures, Light Intensities and Revolutions in the Incubation Chamber

Exposure Period Temperature Light Intensity Revolution
(Hours) (°C) (uE/m?/s) (rpm)
0 21.8 65-74 100
24 21.8 66-75 100
48 21.8 66-74 100
72 22.3 66-73 100

Table 2 pH Values of Test Solutions and Test Cultures

Test pH
Group 0 Hour 72 Hours (Vessel No.)
Control 7.7 8.5 (1)
Conc.1 7.2 8.3 (1)

Table 3 Appearances of Prepared Test Solutions before Inoculation

Test Susp e.nded Floating Precipitation ~ Color
Group solids solids
Control S- F- P- C-
Conc.1 S- F- P- C-

S-:  Not observed (Transparent)
F-: Not observed

P-: Not observed

C-: Colorless
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Algal Growth Inhibition Test

Table 4 Measured Concentration of the Test Substance in Test Solutions and Test Cultures

Mean® Measured

Test Loading Rate Measured Concentration (mg/L) Concentration
Group (mg/L) (mg/L)
0 Hour 72 Hours (Percent of Nominal)
Control - <0.5 <0.5 ——
Conc.1 100 91.2 90.9 91.0

a : Time weighted mean

Table 5 Biomass of Pseudokirchneriella subcapitata during the 72-Hour Exposure

Loading Rate Biomass (cells/mL)
Test Mean* Measured Vessel
Group [ Concentration J No.
(mg/L) 0 Hour® 24 Hours 48 Hours 72 Hours
1 5000 26500 194000 1360000
2 5000 27200 188000 1410000
3 5000 26900 175000 1140000
Control - 4 5000 28000 224000 1680000
5 5000 28800 233000 1830000
6 5000 27500 198000 1490000
Average 5000 27500 202000 1490000
SD 0 823 22100 244000
1 5000 27500 208000 1450000
2 5000 27800 216000 1450000
3 5000 26600 198000 1450000
Conc.1 100 4 5000 29000 217000 1800000
[91.0] 5 5000 25800 190000 1420000
6 5000 28500 201000 1410000
Average 5000 27500 205000 1500000
SD 0 1190 10600 150000

a: Time weighted mean
SD: Standard deviation
*. Nominal initial biomass
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Table 6 Growth Inhibitions (%) of Pseudokirchneriella subcapitata

Algal Growth Inhibition Test

Loading Rate Growth Rate
Test a - el x
Group [Mgsgcxz?;sd Vessel No. Rate™! Inhibition(%) *?
(mg/L) w1 (0-3d) 1,(0-3d)
1 1.87
2 1.88
3 1.81
Control -- 4 1.94
5 1.97
6 1.90
Average 1.89 -
SD 0.055
1 1.89 0.2
2 1.89 0.2
3 1.89 0.2
Conc.1 100 4 1.96 -3.6
[91.0] 5 1.88 0.6
6 1.88 0.7
Average 1.90 -0.3
SD 0.031
a: Time weighted mean
*1:  Average and SD are calculated from original raw data, not from the rounded values (3

significant figures) presented in this table.
*2:  Values are the growth inhibition (%) relative to the control. Inhibitions are calculated

from original raw data of x(0-3d), not from the rounded values (3 significant figures)

presented in this table.
SD:  Standard deviation

There is no significant difference (0<0.05) between the concentration group and the control.
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Algal Growth Inhibition Test

Table 7 EC50 and NOEC
Based on [, (0-3d) values (Growth rates)

ErC50 (0-72h) 95-Percent NOECT (0-72h)
Confidence Limits
(mg/L) (mg/L) (mg/L)
>91.0 - =>91.0
--: Not calculated

The EC50 value and associated 95% confidence limits could not be determined by least
squares linear regression analysis because the test was conducted at one concentration level.

The NOECr value was determined by Student’s t-test, subsequent to F test for

homogeneity of variances. Statistical analyses were performed using Yukms Statlight #3
software (Yukms Corp., Tokyo) and the significance level for both tests was set at a=0.05.

Table 8 Growth Rates of Control

Growth Rate
Vessel Average
N T u03d) | w01 | u(12d) | w3 | o8 g, | SD | OV
2-3d)
1 187 | 167 199 | 195 187 0175 94
2 188 | 169 | 193 | 201 188 0167 | 89
3 181 | 168 187 187 181 0110 6.
4 194 | 172 208 | 201 1.94 0.190 9.8
5 197 | 175 209 206 1.97 0.188 9.5
6 190 | 170 1 o197 1 202 1.90 0.170 | 8.9
Average 1.89 1.70 1.99 1.99 8.8
SD | 0055 | 0030 = 0084  0.067
CV(%) | 29 1.8 42 3.4

SD : Standard deviation
CV : Coefficient of variation

Average and SD are calculated from original raw data, not from the rounded values
(3 significant figures) presented in this table.
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Algal Growth Inhibition Test

Figure 1 Growth Curve of Pseudokirchneriella subcapitata
(Mean biomass vs time during the 72-hour exposure)
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Values in legend are given in the loading rate.
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Algal Growth Inhibition Test

Figure A-1-1 Infrared Absorption Spectrum of the Test Substance before the Study
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Figure A-1-2 Infrared Absorption Spectrum of the Test Substance after the End of Exposure
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Algal Growth Inhibition Test
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Algal Growth Inhibition Test

Table A-2 OECD Medium

Nutrient salts Concentration (mg/L)
NHa4Cl 15
MgClz+ 6H20 12
CaCl2*2H20 18
MgS04-7H20 15
KH2PO4 1.6
FeCl3-6H20 0.064
Na2EDTA-2H20 0.1
H3BOs3 0.185
MnCl2+4H20 0.415
ZnCl 0.003
CoClz2* 6H20 0.0015
CuCl2*2H20 0.00001
Na:MoOs4+2H20 0.007
NaHCOs3 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 COz in atmospheric air is 8.1.
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Algal Growth Inhibition Test

1. s
LUF ISR 35R8R FH7K IS k3 2 BRI B o0 B Ak 2 R A L 72,
Wi AGE AR (AR )
Elendt M4 medium (3 ¥ = &MLl ELERER H)
OECD #5#ft (el /E R P ERER )

2. Hik

1) #5820 mg & HAR(F 200 mL =647 7 A BB L, KBk E 200 mL Nz 7=, (h
IALJEFE £ 100 mg/L, %K : 3)

2) Wi FKIEKIT 24°C, Elendt M4 medium 35 L T8 OECD M 21°CTA X —F—"1{2 LV 24
IRFfEIRHR L7,
*1: v~ MR < 73— MG600

3) B ORE A 7 4 VX2 —"2 TAHBL, FONTHIROEHRY BRI 2 @diRik s n~ b7
77 (HPLC) FHZ XV MIE LT,
*2 0 AT I UARTE HAWP09000 0.45 pum

3. fERBLOELE

T E s
Wi SR K E K Elendt M4 medium OECD¥7
No. | HIEREE i HE R E A HIE SR S AE
(mg/L) (mg/L) (mg/L) (mg/L) (mg/L) (mg/L)
1 85.9 84.8 85.5
2 84.1 85 83.4 84 85.6 85
3 84.6 83.6 83.9

PLEDRERN G, #BRWE OB KICK 2R, BitEE/KEK (24°C) T 85 mg/L,
Elendt M4 medium (21°C) T 84 mg/L, OECD E5if (21°C) T 85mg/L TH 5 L L7,
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Algal Growth Inhibition Test
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Algal Growth Inhibition Test

BRI DR R
L% i
SRR O 754
PR E % TR OXOME ) BRI LB E N, RE - LFEL, FRBXOREET 2,
=B 7K — OECDH5#l (22°C)
7 b S AV a2 — LR
BAFR > RBAAKEEMAERE TMA, A% — 7 B4R (22°0)
m —>  045umD 7 4 L — B A"

o AN IVRTHEL AT VLT 40X —HA 0.45um
*2 o HPRIEAEY  We5| AR 7 EP-017

BRI PR B B SRS
et HE DX T - 1.0L -
T B DX 100 mg 1.0L 100 mg/L

2. ABRHE DR
FIREZ TrROLOEY TR, HBRIEE 5,

AR B —> 100 mL
x A > 500mLA T A =75 22, FLIg
SU % ---> O F/ABRIX, 1 A S FERX
SRS X No. TR DX R ket R X R
mg/L (W& ) mL mL
X HR X Cont. ———> 0 100
100 Conc.1 ———> 100 0
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Algal Growth Inhibition Test

T EE R —5

FRER T IS K ORBREE IR D 434
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Algal Growth Inhibition Test

1. sk a~ K757 (HPLC) 3 HIESE

IR v~ N7 Z 7 Agilent 1200 %(No.1), Agilent Technologies #4

U—J A7 —3'3 ;. ChemStation

T G1379B %!

KRR T GI312B ! (ANA F VR T)
el AN G1329B %!

NI NF—T G1316B %!

B A A — R7 LA #it# (DAD) : GI1315CH

»
»

BT A GLY A = A% InertSustain Phenyl 2um, 2.1 mm id. X 100 mm
NI LA =T 40C
VAN - A2 : 0.1%FEfE /K Wi, B2ik : HPLCAHT & b=k U v
AR 68%, BiE 32%
A by FHA 5 min

ST 0.3 mL, min
HEWRE 254 nm
AEHEA & - 50 pL

* MK JIS K0557 A4 7 L— Rk
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Algal Growth Inhibition Test

2. BREAROIER & E & TROBE

1) FEHERRIR DR

WL 50 mg ZFFEL, NN-UAF AN LT I RCHEMEL 50 mL IZERE L, 1000 mg/L O
Wik RR L=, ZOWik% HPLC 17 b7 & Rua 7 Z o CIEKRAIR L, 0.500, 1.00, 5.00 35 &
N 10.0 mg/L OFEEMERIK Z R L=, £7-, HPLC 7 F 7t Ku 77 % 0 mg/L DFEHEZTR &
L7,

2) FEAEVAUR DA 5k
MR AL T O L 51O LT,
FEUEYRHE 0.75 mL i

| Bk 0.75 mL ¥shN

Ba

|
HPLCH| &

3) BEMOIERK

FRERICIREE (mg/L) %, #MEdlCE— 2 @fE (count) Z &V, WMEMEZIEM L2 (Figure A-5-
1) o BEOIERIC, 0 mg/L DIEFEEEIROFERITE DR o7z, R/ ZRIEIC L0 EHEDRA
Y=a+bX % R&O7-, FHBIMREUE 1.000 &720, BEHRMEOEEE (0995 PLE) ZiEz Lz, £z,
I a @ 9S%EHEXMNRAZ G &b, MERITFRZEET 2 EMR L AT,

4) E&E FR
D) TS L 7o B B BRI O DA YERRIR DO B ARIREE Tdh 5 0.500 mg/L % E & R & LT,
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Algal Growth Inhibition Test

. BRI D53
ABRIEZ LT O X 2120t Lic, BIERR%Z Figure A-5-2 (Z7R7,

Z& 1 B AR
B AR, 2 TOMBRESGOTE LY 1.0 mL S8R L TRA

BA L3RR (BMK CEEAR) % i

|
HPLC HIE

R P AR T2FH]
BRI - SRR, 2 TOMBRAGOTE LY 1.0 mL9 SRR LTRSS

|
w0 EE (3000 rpm, 1043H], #EE 0 H 2 TGS CR21GITRY)

|
BB GBRK CHEEAR 2 8RR

|
HPLC HIE

* L REREAAZEZ D EFTRENTELDOIZOWTHR LT,
4. RERIE T OYRYE IR E O FE &
BRI R OWEEBR IR E D E L, S OWTRICHIE T D AEERK O ¥ — 7 [HifE & Ol T o

776
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Algal Growth Inhibition Test

Figure A-5-1 Calibration curve
No. Concentration Peak area
X (mg/L) Y (count)
1 0.500 4.616
2 1.00 9.486
3 5.00 48.167
4 10.0 97.585
Y=a+ bxX
a= -3.795E-01 -1.305E+00 < a < 5.456E-01
b= 9.780E+00 (95 % confidence interval)
r= 1.000
120.000
100.000
= 80.000 [
5
Q
2
8 60000 -
<
A4
S
-~ 40.000
20.000 r
0.000 L !
0 5 10 15
Concentration (mg/L)
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Figure A-5-2 Measurement Results

(1) Standard 10.0 mg/L ; 0 Hour

Algal Growth Inhibition Test

Injection Date:2020/02/25

Seq Line 11

Study No. 1 [VIA200019 [ JA200020 [ ]A200021 L/RSE R
Acqg. Method  :C:¥CHEM32Y1¥METHODS¥L /RS E K. M Inj. No. : WAL 5
Sample Name  :STD 10 mg/L Location : 1
Acq Operator mﬂ'ﬁ-‘n Inj. Vol. 50 pl
DAD1 B, Sig=254.4 Ref=360,100 (L7 \SE F¥20200225000011.D)
mAU ]
175
15
12,5 o
| 3
4 N
10{
757
o
251
| [
[4] 1l T é (,i 3 'min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 2.940 MM 0.154 97.993 1 100.0
Total: 97.993 11

sk End of Report #%*
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Algal Growth Inhibition Test

Figure A-5-2 Measurement Results (Continued)

(2) Control ; 0 Hour

Injection Date:2020/02/25 Seq Line 10
Study No. :[V]A200019 [ JA200020 [ 1A200021 L/AZEFR
Acq. Method  :C:¥CHEM32¥1¥METHODS¥L /A E K. M Inj. No. @ {70 21
Sample Name  :AOhC w Loqation : 1
Acq Operator EZJJlﬁn inj. Vol. : 50 pl
SADT B, S=2544 Re7=360,100 (L7 \SEF¥20200225000010)
mAU ]
175
154
1.25-]
1
075
0.5'_
0251
0 1 R e

Area Percent Report

# Meas. Ret. Peak T Width Area Height Area %

Total:

6k End of Report sk
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Figure A-5-2 Measurement Results (Continued)

(3) Conc.1 ; 0 Hour

Algal Growth Inhibition Test

Injection Date:2020/02/25

Seq Line 14

Study No. :[v1A200019 [ JA200020 [ ]JA200021 L/NZEF
Acq. Method  :C:¥CHEM32¥1¥METHODS¥L/AZE F.M Inj. No. N ATV 22
Sample Name  :AOhC1 Location 1
Acg Operator & Inj. Vol. 50 pl
Exfr
DAD1 B, Sig=254,4 Ref=360,100 (L7 \=C F¥20200225000014.D)
mAU ]
175
15
125
] 2
10 2
75-
5
25
o{ //ﬁ
[0} % ‘ I é 1|3 4Il lmin
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 2.930 MM 0.158 89. 370 9 100.0
Total: 89. 370 9

#xx End of Report #xx
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Figure A-5-2

Algal Growth Inhibition Test

Measurement Results (Continued)

(4) Standard 10.0 mg/L ; 72 Hours

Injection Date:2020/02/28 : Seq Line 5
Study No. :[v]A200019 [ JA200020 [ JA200021 L/ EF
Acg. Method  :C:¥CHEM32¥T1¥METHODS¥L/SZE K. M Inj. No. NATY 2
Sample Name  :STD I&mg/L Logation 1
Acq Operator Gﬂj’-ﬁl Inj. Vol. 50 pl
DAD1 B, Sig=254,4 Ref=360,100 (L-/\SEF¥20200228000005.D)
mAU ]
175
15
125 >
3 3
] o
10-]
754
51
251
0+ //ﬁ
0 1I ' ‘ ﬁ é ‘Ii- min|
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 2.889 MM 0. 150 95. 263 11 100.0
Total: 95. 263 11

skk End of Report sk
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Algal Growth Inhibition Test

Figure A-5-2 Measurement Results (Continued)

(5) Control ; 72 Hour

Injection Date:2020/02/28 Seq Line 7
Study No. :[VIA200019 [ JA200020 [ 1A200021 L/AZEF
Acq. Method  :C:¥CHEM32¥1¥METHODS¥L /XS ERK.M Inj. No. DOoN AT 11
Sample Name  :A72hC Location : i
Acq Operator Eaiﬁ%b Inj. Vol. : 50 ul
DAD1 B, Sig=254,4 Ref=360,100 (L7 \SE F¥20200228000007.0)
mAU ]
175
15
125
1,
0751
05
025
0 I T Y
Area Percent Report
#t Meas. Ret. Peak T Width Area Height Area %

Total:

skk End of Report sk
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Algal Growth Inhibition Test

Figure A-5-2 Measurement Results (Continued)

(6) Conc.1 ; 72 Hours

Injection Date:2020/02/28 Seq Line 8
Study No. : [v]A200019 [ JA200020 [ JA200021 L/S2EF
Acq. Method  :C:¥CHEM32¥1¥METHODS¥L /ST E F.M Inj. No. @ N A{T7H 12
Sample Name  :A72hC1 Location 1
Acq Operator Eiiﬁ%o inj. Vol. : 50 pl
DADT B, Sig=254,4 Ref=360,100 (L-/ \SE F'¥20200228000008.D)
mAU ]
175
5]
1251
] 2
10 @
4 N
75-
5
25
0] //f
0 { ‘ ' é I (Ii tli min|
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 2.899 MM 0.156 86. 560 9 100.0
Total: 86. 560 9

sk End of Report sk
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Algal Growth Inhibition Test

fTEER—6

AR DR
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Algal Growth Inhibition Test

Table A-6-1 Calculation of the NOECr

Results of Statistical Paired-comparison Test

Growth rates (0-72h)

Input Data Table
Control Conc.1
Group1 Group?2
1.87 1.89
1.88 1.89
1.81 1.89
1.94 1.96
1.97 1.88
1.90 1.88
Group Samples Mean S.E. S.D. Variance
1 6 1.8941 0.0226 0.0555 0.0031
2 6 1.8993 0.0127 0.0310 0.0010
Method Vs Side Stat. 0.0500 0.0100 0.0010 Prob.
F test lvs2 0 3.1962 <5.0503 10.9670 29.7524 0.1140
Student test lvs?2 2 0.1986 <2.2281 <3.1693 4.5868 0.8466
Aspin-Welch t test 1vs2 2 0.1986 2.3137 3.3741 5.0878 0.8476
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