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AL, OECDIEF T A M AA BS54 > No.201 T¥E¥4 RIAERER (19844F)
CHEHL L T L 7=,
) BEBRWHE: 6tert-TF-m-ILJ—))
2y ERE Y . Selenastrum capricornutum (ATCC 22662FK)
3)  FUUMHRZREE ©  1X10* MHAZ/mL
4y & WM: 7280
5) & AN WESHEE (100 rpm)
6) BRI 4.00. 1.60. 0.640. 0.256. 0.102. 0.0410 mg/L(2 A : 2.5)&% TR
X B X
7 oo 1B E3E
8) BRI E: 1HBRAROE)IZFZ100mL
9) A EBIAKIE: 2322C
10) M Bl @ 4,000~5,000 lux (GEi#EHRHH)
1) AR OBMEOSN . ‘BEREI X NS5 T 4 — (HPLC)
(REFABR, RBR TR
i x
1) AR T OO BIC X 550%4 K HRE (B,C50) % VB A M s

2)

(NOEC)

E,C50(0-72h)=0.926 mg/L (95%fZBFE S : 0.525~1.63 mg/L)
NOEC=0.256 mg/L

R O FLBRIT & % 509% 4 F= B BB BE (B, C50) B MR K B4 F IR BE (NOEC)
E,C50(24-48h)=1.89 mg/L
NOEC=0.640 mg/L
E,C50(24-72h)=2.55 mg/L
NOEC=0.640 mg/L
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TR E DR R RE R T TOREN
W E T SR GERT OB R TR L 7=,
AFLIZRBMEC DV THRARIN AR MIVERIE L. HRYE O &
FTEPBDSNTENI EEER Lz, BRERTRICHREBICARY ML EHIE
L. RERBANCAIE L AR MV ERB LR, 27 FLCEBEIR
BNl E R DB EIRBR TR E TRE THho - ERRBEIN,

AR AW

AVBRITI, BRIk #8588 T & B Selenastrum capricornutum % F =,

AFEIL. American Type Culture Collection (12301 Parklawn Drive Rockville,
Maryland 20852-1776 U.S.A.)& D AF L/ZATCC 226628 %, UIAZEFTIZB T
HANCHABEL TS DO THS, HENHE I/ OLBHY YL, R
Fikk. FOYERSE T3k 24t) D 72REFEIE,C501E. 0.295 mg/LTH - 7=,
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= E M 720
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Al BROW R 13BRARRQE)ICT 100 mL
Al Bk K IR ;. 2322C

A B : 4,000~5,000 lux (GH#5E A8 EA)
pH o RBHIMY. pHOREBIITORh o7,
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[Table 1 (p.9)]
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R e B
BB O BRI EERIFL E Bbh 2 BEER
&MY HERIIEAN - 2,

AR T OB R E B

RGN L OREK TR (BRERAZ 2B RBRE R ORRY EEE »
BELZ. #FRMEOAUEREOREMIINTI2EAT. REBRKBE
96.5~102%. ZBAE THFT92.1~96.1%ThH > 7=,

(Table 2 (p.10), fH/EE®RI—1]

FEFEE AR

MR BT HMIREIRBR TR ETIC6SBLL LICHBE L, - hit
ARMBREHTTEERERLAEZEEZRY, FBEROAEIINBR &L
TUTOEBDTH o7, 4.00 mg/LR TIIREBHIATE 24 R H 5 BEE 2R
AN, RERTRETERZIEMILMEDONEN> =, 160R TN
0.640 mgLERTHHEFENA LN, ERBH DAL SN, HBRO4AERR &
MELZZHDTH o7, 0256, 01025 1%0.0410 mg/LK TlMIBR & I12iERE U
ERERLUE,

[Table 3 (p.11), Figure 1 (p.17)]

50%4 £ [H # iR B (EC50) K UM K SEAE A I B (NOEC)
R T ORIC K 24 REFEE
6-tert-7 F)v-m-2 L") — )b DRETEBREE I3 D < B,C50(0-72h)120.926 mg/L T
HO. TDISHEBMBIIL0.525~1.63 mg/LTH > 7z, NOECIZ0.256 mg/LT
Holz,
[Table 4,5 (p.12,13), Figure 2(p.18)]

HARBEEOBICL 54 EEFEE

6-tert-7 F v -m-2 L") — )b DEC50(24-48h). E,C50(24-72h)1d. Z=hZh
1.89 mg/L. 255 mg/LTH D, FN5LDS%HEHBRITIEDITARBROER
MHIEEESNEM o7z, NOECIE. &H120.640 mgLTH > /=,

[Table 4,5 (p.12,13), Figure 3 (p.18)]
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REMK TRICH T DI OREE
BRERTRHICBWTRRER TIRIERE MRS BEI N,

RE. pHRUORE

SRR OB REBNOREIL229~249CTH > /. RBRMOpHIE
ZERBHREN2HBX L B79THD. REBER THNEI~105THo-. 2B
SR DI AR 25 B N O B EE 134,300~4,400 lux TdH - 7=,

[Table 6,7,8 (p.14~16)]

ARBRIE DIREE

AR ORBRIKISERER E b EABHATH > /2. BRER TR TIZ4.00 mg/L
XTHEABEATHD, TNLUANAOBER TIIHMBEEMOEDREEE L T,
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Table 1. OECD medium

Nutrient salts Concentration (mg/L)
H;BO; 0.185
MnCl,*4H,0 0.415
ZnCl, 0.003
FeCl;* 6H,0 0.08
Na,EDTA-2H,0 0.1
CoCl;*6H,0 0.0015
Na,Mo0O,*2H,0 0.007
CuCl,*2H,0 0.00001
CaCl,-2H,0 18
NH,Cl 15
KH,PO, 1.6
NaHCO; 50
MgCl,* 6H,0 12
MgSO,*7H,0 15
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Table 2. Concentrations of 6-tert -butyl-m -cresol in growth inhibition test
using Selenastrum capricornutum

Nominal Measured concentration (mg/L)
concentration (Percentage of nominal)
(mg/L) 0-hour” 72-hour” Mean®
Control n.d. n.d. n.d.
0.0410 0.0396 0.0378 0.0387
(96.5) (92.1) (94.3)
0.102 0.102 0.0980 0.100
(100) (96.1) (98.1)
""" 0.256 0.260 0.236 0.248
(102) (92.3) (96.9)
"""""" 0.640 0.649 0.596 0.622
(101) (93.2) (97.2)
1.60 1.63 1.50 1.56
(102) (93.6) (97.6)
4.00 4.06 3.75 3.90
(101) (93.8) (97.5)
n.d. : < 0.00500 mg/L
a) initial
b) final

¢) The values are expressed as time-weighted means calculated
by the following equation:

(Co-C72)/(InCy-InC7y)

where
C, : the measured concentration at 0-hour
C7, : the measured concentration at 72-hour
InC, : the natural logarithm of C,
InCs; : the natural logarithm of C,,

-10-



Test N0.92041

Table 3.  Cell density of Selenastrum capricornutum during 72-hour exposure
to 6-tert -butyl-m -cresol

Nominal Cell density (x10° cells/mL)
concentration
(mg/L) No. O-hour  24-hour  48-hour  72-hour
1 1.0 54 27.8 86.2
Control 2 1.0 5.8 36.4 85.7
3 1.0 5.1 24.5 65.4
Average 1.0 5.5 29.6 79.1
S.D. 0.0 0.4 6.1 11.8
1 1.0 53 29.7 70.0
0.0410 2 1.0 51 22.6 60.4
3 1.0 5.4 30.2 80.4
Average 1.0 53 27.5 70.2
S.D. 0.0 0.1 4.2 10.0
1 1.0 59 31.1 90.2
0.102 2 1.0 59 28.9 85.0
3 1.0 5.2 26.5 80.1
Average 1.0 5.7 28.8 85.1
S.D. 0.0 0.4 2.3 5.1
1 1.0 53 30.6 63.1
0.256 2 1.0 5.1 26.7 71.8
3 1.0 5.1 344 85.7
Average 1.0 52 30.5 73.5
S.D. 0.0 0.1 3.8 11.4
1 1.0 4.0 17.6 53.8
0.640 2 1.0 4.3 21.9 54.4
3 1.0 3.8 20.5 62.8
Average 1.0 4.0 20.0 57.0
S.D. 0.0 0.3 2.2 5.0
1 1.0 1.7 6.0 19.2
1.60 2 1.0 1.6 52 16.0
3 1.0 1.7 5.1 18.5
Average 1.0 1.7 54 17.9
S.D. 0.0 0.1 0.5 1.7
1 1.0 1.4 1.6 1.8
4.00 2 1.0 1.3 1.5 1.8
3 1.0 1.2 1.4 1.8
Average 1.0 1.3 1.5 1.8

S.D. 0.0 0.1 0.1 0.0

-11-
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Table 4.  Growth inhibition of Selenastrum capricornutum during 72-hour exposure
to 6-tert -butyl-m -cresol

Nominal Area  Inhibition  Rate Inhibition =~ Rate Inhibition
Concentration (x104) (%) (%) (%)
(mg/L) No.  A(0-72h) 1,(0-72h) x(24-48h) 1u(24-48h) #(24-72h) 1u(24-72h)
1 1770 - 0.0680 - 0.0575 -
Control 2 1980 - 0.0762 - 0.0559 -
3 1440 - 0.0651 - 0.0530 -
Average 1730 0.0698 0.0555
1 1620 6.34 0.0714 -2.40 0.0536 3.46
0.0410 2 1330 23.1 0.0619 11.2 0.0514 7.36
3 1760 -1.60 0.0720 -3.26 0.0564 -1.62
Average 1570 9.28 0.0685 1.86 0.0538 3.07
1 1910 -10.4 0.0694 0.497 0.0569 -2.53
0.102 2 1800 -3.80 0.0664 4.80 0.0556 -0.256
3 1660 3.92 0.0675 3.23 0.0568 -2.40
Average 1790 -3.43 0.0678 2.84 0.0565 -1.73
1 1560 9.89 0.0730 -4.59 0.0516 7.07
0.256 2 1560 9.58 0.0688 1.41 0.0550 0.859
3 1920 -10.8 0.0791 -13.4 0.0586 -5.56
Average 1680 2.90 0.0736 -5.53 0.0551 0.790
1 1100 36.2 0.0619 11.2 0.0543 2.22
0.640 2 1220 29.3 0.0679 2.66 0.0529 4.74
3 1280 26.2 0.0703 -0.752 0.0585 -5.32
Average 1200 30.6 0.0667 4.38 0.0552 0.545
1 356 79.4 0.0512 26.5 0.0499 10.1
1.60 2 296 82.9 0.0487 30.2 0.0476 14.1
3 324 81.3 0.0464 33.5 0.0501 9.67
Average 325 81.2 0.0488 30.1 0.0492 11.3
1 32.6 98.1 0.00644 90.8 0.00512 90.8
4.00 2 28.9 98.3 0.00431 93.8 0.00637 88.5
3 23.3 98.7 0.00672 90.4 0.00918 83.5

Average  28.2 98.4 0.00582 91.7 0.00689 87.6

-12-



Test N0.92041

Table 5. Calculated EC50 and NOEC of 6-tert -butyl-m -cresol in Selenastrum capricornutum

Based on I, value

6-tert -butyl-m -cresol

95-Percent

confidence limits

(mg/L) (mg/L)
EbC50(0-72h) 0.926 0525 — 1.63
NOECb(0-72h) 0.256 -

Based on Iu value
6-tert -butyl-m -cresol 95-Percent
confidence limits
(mg/L) (mg/L)

ErC50(24-48h) 1.89 -
NOECr(24-48h) 0.640 -
ErC50(24-72h) 2.55 -
NOECr(24-72h) 0.640 -

-13-
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Table 6. Temperature in the incubation chamber during 72-hour exposure to
6-tert -butyl-m -cresol

Exposure time Temperature
(hour) °O)
0 22.9
24 241
48 24.9
72 24.1
Average 24.0




Test No.92041

Table 7. pH values of test solutions at 0-hour and 72-hour exposure
to 6-tert -butyl-m -cresol

Nominal
concentration pH
(mg/L) 0-hour 72-hour
Control 7.9 10.2
......... 0.0410 7.9 10.4
0.102 7.9 10.5
0.256 7.9 10.5
.............. 0640 - -
1.60 7.9 9.0
4.00 7.9 8.3

-15-
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Table 8. Light intensity in the incubation chamber during 72-hour exposure
to 6-tert -butyl-m -cresol

Exposure time Light intensity
(hour) (lux)
0 4,300
24 4,400
48 4,400
72 4,300
Average 4,400




Cell density(X 10° cells/ml)

Test N0.92041

100

—&— Control
—0- 0.0410(mg/L)
—4— 0.102(mg/L)
—0-—0.256(mg/L)
—&— 0.640(mg/L)

‘ —o— 1.60(mg/L)
—+— 4.00(mg/L)

0 24 48 72

(Hour)

Figure 1.  Growth curve of Selenastrum capricornutum during 72-hour exposure

to 6-tert -butyl-m -cresol.
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Figure 2. Concentration-Inhibition curve of 6-tert -butyl-m -cresol in Selenastrum capricornutum
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Table of Attached Figures

Figure 1. Calibration curve of 6-tert-butyl-m-cresol by HPLC analysis.

Figure 2-1. Example of chromatogram.

(standard solution of 0.0500 mg/L, 0-hour)

Figure 2-2. Example of chromatogram.

(fresh test solution of 0.640 mg/L as nominal concentration,
0-hour)

Figure 2-3. Example of chromatogram.

(fresh test solution of control, 0-hour)

Figure 2-4. Example of chromatogram.

(standard solution of 0.0500 mg/L, 72-hour)

Figure 2-5. Example of chromatogram.

(expired test solution of 0.640 mg/L as nominal concentration,
72-hour)

Figure 2-6. Example of chromatogram.

(expired test solution of control, 72-hour)



Test N0.92041

Input data
Concentration Peak area
Run (mg/L) (uV-sec)
1 0.00500 1080
2 0.0250 5390
3 0.0500 10477
4 0.100 21076
24000
/o
$ /
>
3, 12000 | /
S /
« /
E y = 210768 x
A /' r = 1.000
0 . .
0 0.1 0.2

Concentration (mg/L)

Figure 1.  Calibration curve of 6-tert -butyl-m -cresol by HPLC analysis.
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Figure 2-1.  Example of chromatogram.
(standard solution of 0.0500 mg/L, 0-hour)
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Figure 2-2.  Example of chromatogram.
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(fresh test solution of 0.640 mg/L as nominal concentration, 0-hour)
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Figure 2-3.  Example of chromatogram.

(fresh test solution of control, 0-hour)



Test N0.92041

mAbms
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Figure 2-4.  Example of chromatogram.
(standard solution of 0.0500 mg/L, 72-hour)
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Figure 2-5. Example of chromatogram.,
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(expired test solution of 0.640 mg/L as nominal concentration, 72-hour)
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Figure 2-6.  Example of chromatogram.
(expired test solution of control, 72-hour)



