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(1) LCSODEHE

72RO W T I ProbitiE. 96EFEIC D W T idBinomialikIZ L D EH L /=,
Fie, TNSDSREERRALEHR LA, HERVSEHMICDOWTHARRET
50%L EOERBE SN0, Losoik>EBREREI LR RL.
2H,. FEERCBTALCERIZAWAEBERXIITable 2i17RY .

(2) NOEC(RAEZERAL)DFAM

RENMT, dRBELUABLTHSEENZDONRVLEERERZ
NOEC(No Observed Effect Concentration) & L 7z,

Bl OB
HEOMDHFIE, NS zZ8401 HABIZE -7z,

RERELAEREORENESEOREELUTIIRT .
= E R E B RE QRN FI9E
(mg/L) (mg/L)

0.119 0.117

0.178 0.179

0.267 0.269

0.400 0.401

0.600 0.608

LMOETHOBRER ZRIIAEREOER TIETRY.

LC50

BEBYWEO =AY T 548 HILC501E>0.608 mg/L. 96KFfHILCS013.0.354

mgLTH o7z, HHEMTOLCS0%Table 11RY, 758, FREOLCORHIC
AWz BERX % Table 2IZFE& L 7.

NOEC
RBAMBDICER I ERRURTEOERENS, HBYHEO LAY AT
9 SNOECIZ0.179 mg/LTH o /e,

T o=

96RFFIZ BT 2 100%FE 1 R REEIZ0.608 mg/L. 0%FE LR IREEIL0.269 mg/L
THol, S TORBIETE £ Table 2. BE — TR ZFigure 1ITRT,
P, RERTEHIIBIAHBEOETRIINTH O, AIMEELEQREEAR
VYR L Tk,

EREOBEER

UTOERBERIIS THRELOEBIZEICHOTHS, REHHTIZEE
AN ERIIREED. FEEEL, Hibn, 88 AFEBHRTEHEOCETT
ok, HEETRERBEDSSHzMN o, REHMPIIBITIEROEE
ER % Table 312" 7.

HBREYOHBAERE. FE [THESRERE(0=10). (R/N~&X)]

WA R 212013 cm (1.9~2.4 cm)
£ E 0.1820.029 g (0.14~0.24 g)
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6) MEBBOBHEIAETHER
1) HBEORE
EEERNEEEEETHD. FOEHITBEARFNTH -7z, TORER
RTEETEDSRM 2.

(2) HBREOKE
RESRPICHE L - BERRBEIL79~84 mg/L. pHIZ7.6~7.7. KL
233~238CTHolr. RBRMOKE #Table 4-1. 42RT43IZFRT . BB,
HEEEREIRIANEEEGIR/KE TORMBE D% E*) 2Rz L Th,
* 23~25C OB FRERIBE : 8.39~8.11 mg/L(JIS K 0102)

(3) HBHEPOHERVERE
REFETOERYBEREL. BERBRFCIIREREICNL T984~103%.
RTHTHSO~102%TH>~. BHRYEREDOHEER%Table 51277,
/-, 9 F v — b O—Fl% Appendix 2iTR Y .

14, RERREOEEMHICEERRIFILAELEDNSREER
WHERIE M.
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Table 1. LC50 to Medaka
Exposure duration LC50 (mg/L)
24 hours > 0.608
48 hours > 0.608
72 hours 0.494 (0.426 - 0.573)
96 hours 0.354 (0.269 - 0.608)

In parentheses are 95% confidence limits.

Table 2. Cumulative mortality

w“;::{ft‘fa‘:fon Cumulative mortality (%)
(mg/L) 3hours | 24 hours | 48 hours | 72 hours | 96 hours
Control 0 0 0 0 0
0.117 0 0 0 0 0
0.179 0 0 0 0 0
0.269 0 0 0 0* 0*
0.401 0 0 0* 10* 80*
0.608 0 0 30* 90* 100*

* The results were used for the LCS0 calculation in each observation time.

11-




Table 3. Observed abnormal response

E03-3192

cozd:::t'gigm Observed abnormal response

(mg/L) 3hours | 24 hours | 48 hours | 72 hours | 96 hours
Control - - - - -
0.117 - - - - -
0.179 - - - - -
0.269 - - - HEM | A5 PR
0.401 - - - rﬁrﬁﬁﬁ o M
0.608 - S ?—ISSREEL%A

— : Normal (No abnormal response)

Blank expresses all test organisms expired.

Abbreviation of symptoms
AS : At the surface
HEM : Hemorrhage
HS : Hypersensitive
HYP : Hyperactive
PLE : Partial loss of equilibrium
RA : Reduced activity

12-
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Table 4-1. Dissolved oxygen concentration of test solutions
Measured
) 9
concentration 0 hour 24 hours 48 hours 72 hours 6 hours
At the start At the end

(mg/L)

Control 8.1 8.3 8.0 8.2 8.1
0.117 8.1 8.3 3.0 8.2 8.2
0.179 8.1 8.4 8.0 8.1 8.2
0.269 8.2 8.3 8.0 8.1 8.2
0.401 8.1 8.3 8.0 8.1 8.3
0.608 8.1 82 7.9 8.2 8.4%

Unit : mg/L
* indicates the measured value at the time that confirmed all test organisms dead.
Table 4-2. pH of test solutions
Measured
) h h
concentration 0 hour 24 hours 48 hours 72 hours 96 hours
At the sfart At the end

(mg/L)

Control 7.6 7.6 7.6 7.6 7.6
0.117 7.7 7.7 7.7 7.7 7.7
0.179 NI 7.7 7.7 1.7 7.7
0.269 7.7 7.7 7.7 7.7 7.7
0.401 7.7 7.7 7.7 7.7 7.7
0.608 7.7 7.7 7.6 7.7 7.7*

* indicates the measured value at the time that confirmed all test organisms dead.
Table 4-3. Water temperature of test solutions
Measured
concentration 0 hour 24 hours 48 hours 72 hours 96 hours
At the start Atthe end

(mg/L)

Control 23.8 234 23.8 233 234
0.117 23.8 234 23.8 233 23.3
0.179 238 234 238 233 233
0.269 23.8 23.4 238 233 23.3
0.401 23.8 23.4 23.8 233 23.3
0.608 23.8 23.4 23.8 233 23.3*

Unit: C

* indicates the measured value at the time that confirmed all test organisms dead.
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Table 5. Measured concentration of test substance in test solutions

Measured concentration (mg/L)

Nominal
concentration 0 hour 96 hours Mean*
(mg/L) At the start At the end
Control n.d. n.d. -
0.117 0.117 0.117
0.119 (98.4) (98.0) (98.2)
0.183 0.176 0.179
0.178 (103) (99.0) (101)
0.276 0263 0.269
0.267 (103) (98.3) (101)
0.394 0.408 0.401
0.400 (98.5) (102) (100)
0.601 0.614 0.608
0.600 (100) (102) (101)

Values in parentheses show percentage of nominal concentration.
n.d. : Not detected (<0.000698 mg/L)

*x . - . .
indicates arithmetic mean of each measured value.
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Water quality of dilution water (Sampling on July 8, 2004)

Parameter Unit Results Lower fimit of delection
Ca, Mg etc. (Hardness) mg/L 41.2 0.1
Suspended substance mg/L <1 1
pH - 7.6 (23TC) -
Organic carbon mg/L not detected 0.1
Chemical oxygen demand mg/L 0.7 0.5
Free chlorine mg/L not detected 0.01
Ammonium nitrogen mg/L 0.01 0.01
Cyanide mg/L. not detected 0.01
Alkalinity mg/L 35 1
Electric conductivity mS/m 16.7 -
Organic phosphorous mg/L not detected 0.1
Alkyl mercury mg/L not detected 0.0005
Mercury mg/L not detected 0.0005
Cadmium mg/L not detected 0.001
Hexavalent chromium mg/L not detected 0.02
Lead mg/L not detected 0.005
Arsenicum mg/L not detected 0.001
Boron mg/L 0.04 0.02
Fluorine mg/L not detected 0.1
Iron mg/L not detected 0.01
Copper mg/L not detected 0.005
Cobalt mg/L not detected 0.001
Manganese mg/L not detected 0.01
Zinc mg/L not detected 0.01
Aluminum mg/L 0.048 0.001
Nickel mg/L not detected 0.001
Silver mg/L not detected 0.0001
Sulfate ion mg/L 13.2 01
Chloride ion mg/L 18 1
Sodium mg/L 14 0.01
Potassium mg/L 3.50 0.01
Calcium mg/L 11.5 0.01
Magnesium mg/L 3.0 0.01
1,2-dichloropropane mg/L not detected 0.0001
Chlorothalonii mg/L not detected 0.0001
Propyzamide mg/L not detected 0.0001
Chlornitrofen mg/L not detected (0.0001
Simazine mg/L not detected 0.001
Thiobencarb mg/L not detected 0.0001
Diazinon mg/L not detected 0.0001
Isoxathion mg/L not detected 0.0001
Fenitrothion mg/L not detected 0.0001
EPN mg/L not detected 0.0001
Dichlorvos mg/L not detected 0.0001
Iprobenfos mg/L not detected 0.0001
PCB mg/L not detected 0.0005
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Appendix 2-1 Calibration curve of p -phenylazoaniline by HPL.C analysis.
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B8 A (3820m)
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93192-H0S~02dat
i3viptel
iR

4552 41183

Appendix 2-2 HPLC chromatogram of 0.0250 mg/L standard solution
at the start of the exposure.

BB A (3820m)
—— 93192/0h/0267 mg/L(D10)
93192-HOC-01.dat
R
ip

4546 45403

0 1 2 3 4 5 6 7 8

in

Appendix 2-3 HPLC chromatogram of 0.267 mg/L (nominal concentration)
at the start of the exposure.

20
BB A(3820m)
—— 93192/0h/CO.
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Geh
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Appendix 2-4 HPLC chromatogram of control at the start of the exposure.
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20 R NG T T T T
— 93192/5td.0.0250 mg/L :
93192-H965~02.dat ;
3ol :
it
10
4556 42101
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Appendix 2-5 HPLC chromatogram of 0.0250 mg/L. standard solution
at the end of exposure.
O gwmAcem T
— 93182/96h/0.267 mg/L(D10) :
93192-H36C~-01.dat
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10
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i
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Appendix 2-6 HPLC chromatogram of 0.267 mg/L. (nominal concentration)
at the end of exposure.
20
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— 53192/96h/CO.
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R ER “
. EH ;
10 7 -
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0 - - l - N . . PR s F
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Appendix 2-7 HPLC chromatogram of control at the end of exposure.
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Statistical method for LC50 calculation
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Test No.93192

FsmEE- -____
FBANE:

HEMEY:
12~hL.C50 (Ver.87/9)
GREE) > _ : —
iHConci ML : Al T e ot T R BT ER Y Sl A yili i
0.269 . l 125981 001455 ) 1.00839 . 001467 000473 . 125482 000499
0.401 ) 1 10% 3.718449206] 3.71845] 3.42219 0.1755 0.1]1 3.71845] -1.3581| 12,7252| 0.53898| 47.3181| -5.0501 3.7164F 0.00205
(0.608 ) 9 90% 6.281550794| 6.28155] 3.42219| 0.1755 09| 6.28155| -0.7395| 21.4966| 0.15981( 135.032] -4.6453| 6.28256] 0.00101
0.3885
0.315
T 0.2075
1
|
6,85892 —2.1059| 34.2365| 0.70351| 182.365] -9.7038| 11.2538| 0.00805
- JML ‘“JL'U}}J:E'?LJJ::mm
R B s 4.99153 14.1966] 9.35039
14.1796] 9.34572

14.1966] 9.35038

0.0009} 0.97605
3.84146 %%
2.57058

TX2Call

0494]  0426] 0573 "~ Probit
More N Moving average
0.494 0.401 0.608 Binomial
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oSk IEHRR

l Mof'e N

Probit

More N

Moving average

0.354 0.269

0.608

Binomial

T—H2EH
F—SANH:
EAMITH -
96-hLC50 (Ver.97/9)
¥..359) GET M) (GETH) aMprobiv ‘ N N L YI-Y{Mfprobit#)
" Cont. [LogtConc ] RINURT T P ‘ Hp R T B T L e A T A e
0.269 | -05702 0 0% . . 0 0 0 0
0.401 | -0.3969 8 80%| _ 5.841621386 0.3162| 2.9E-07 0 0 0 0
0.608 | —0.2161 10[ ____100%[ | 0,3889] 2.9E-07 0 0 0 0
‘ 0.3885
0315
0.2075
1
0 0 0 0 0 0
AR o “4DIV/0! #DIV/O'
0.78168] 4.02491
170278 2.88776
T1X2Cali)| #DIV/0! | #DIV/0!
3.84146] #DIV/0!
2.57058
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Tl B R
<EY~OEE>
Zpuoerise pr E:RERECE®) H:EROFEEER. 8
(mg/L) 3 Ry 24 KR 48 FFfH] 72 FRF 96 FFfi
0.0375 0 - 0 - 0 - 0 - 0 -
0.0750 0 - 0 - 0 - 0 - 0 -
0.150 0 — 0 - 0 - 0 - 0 -
0.300 0 - 0 - 0 - 0 * 20 -
0.600 0 — 0 - 0 * 100 100
B2E 5 X vikAHEKE 24 [E/H)
MBREDE/HBREER  SE/NMSL
HREBRAEEE  ABRREREARKkEZ - EHECES L THAMELE
<BREPOHEBRYHEEE>
R HRERE (%)
(mg/L) #E Ak BEXR TR
0.0375 102 100
0.300 948 93.7
0.600 90.3 94.3
<HBREKROREHHB>
R HRERE (%)
(mg/L) B EYSS 24 B | 72 RERlE 7B
10.0 91.6 943 97.2 94.4






